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FOREWORD

I am pleased to present this Technical Guidance Document which is the result of in-depth co-
operative work carried out by experts of the Member States, the Commission Services, Industry
and public interest groups. This Technical Guidance Document (TGD) supports legislation on
assessment of risks of chemical substances to human health and the environment. It is based on
the Technical Guidance Document in support of the Commission Directive 93/67/EEC on risk
assessment for new notified substances and the Commission Regulation (EC) No. 1488/94 on
risk assessment for existing substances, published in 1996. This guidance was refined taking into
account the experience gained when using it for risk assessments of about 100 existing
substances and hundreds of new substances. Furthermore, it has been extended to address some
of the needs of the Biocidal Products Directive (Directive 98/8/EC of the European Parliament
and of the Council).

Concerning Chapter 2 on Risk assessment for human health, the Exposure assessment
(Assessment of workplace exposure and Consumer exposure assessment) as well as the Effects
assessment were improved and refined. However, for the following sections the revision process
is not yet finalised and thus, the current TGD version uses the previous text: section 2.4 on
Assessment of indirect exposure via the environment and section 4 on Risk characterisation.
These sections are expected to be available by the end of 2003.

With respect to Chapter 3 on Environmental risk assessment, the Environmental exposure
assessment and the Effects assessment underwent major improvements. A new chapter on
Marine risk assessment was added.

Concerning Chapter 7, five out of eight available Emission scenario documents (ESDs) were
revised (IC-3 Chemical industry: Chemicals used in synthesis, IC-7 Leather processing industry;
IC-8 Metal extraction industry, refining and processing industry; IC-10 Photographic industry;
IC-13 Textiles processing industry). Furthermore, a document on Rubber industry (IC-15) and a
number of ESDs for the Biocidal Product Types or parts thereof were added. Some of the
Emission scenario documents are still subject to on-going consultation in the OECD and thus,
may need to be revised at a later stage. In addition, ESDs to cover all 23 Biocidal Product Types
are under development. Consequently, it is anticipated that the set of Emission scenario
documents will be continuously expanding in the future.

The White Paper outlining a future chemicals policy was adopted in February 2001 by the
Commission. This TGD is therefore to be used in support of the current legislative instruments
as described above until they are revoked and replaced by the future legislation implementing the
White Paper.

I hope you will agree that this TGD makes a valuable contribution to the development and
harmonisation of risk assessment methodologies not only within the Community but also
worldwide in the context of the activities of the Organisation of Economic Co-operation and
Development and the WHO/ILO International Programme on Chemical Safety.

a

Kees van Leeuwen
Director
Institute for Health and Consumer Protection

Ispra, April 2003
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OVERVIEW

This Technical Guidance Document is presented in four separate, easily manageable parts.
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GENERAL INFORMATION

1 GENERAL INFORMATION

1.1 LEGISLATIVE BACKGROUND

Council Directive 67/548/EEC (as amended for the seventh time by Directive 92/32/EEC) on the
approximation of the laws, regulations, administrative provisions relating to the classification,
packaging and labelling of dangerous substances requires the manufacturer or importer of a new
substance, before they place it on the market, to notify it to the competent authority of the
Member State in which it is manufactured or into which it will be imported. Having received the
notification, the competent authority is required to carry out an assessment of the risks of the
substance to man and the environment in accordance with the principles set out in Commission
Directive 93/67/EEC on risk assessment for new notified substances.

The Council Regulation (EEC) No. 793/93 on the evaluation and control of existing substances
requires under Article 10 the real or potential risk for man and environment of priority
substances to be assessed using principles which have been laid down in the Commission
Regulation (EC) No. 1488/94 on risk assessment for existing substances. The risk assessments
are carried out by competent authorities designated by the responsible Member States to act as
rapporteurs.

Directive 98/8/EC of the European Parliament and of the Council concerning the placing of
biocidal products on the market requires that a biocidal product is only authorised if, besides
other requirements, the active substances used in the product are listed in Annex I or Annex [A
of the Directive. Active substances may enter Annex [ (List of active substances with
requirements agreed at community level for inclusion in biocidal products), Annex IA (List of
active substances with requirements agreed at community level for inclusion in low-risk biocidal
products), or Annex IB (list of basic substances with requirements agreed at community level)
after the risk assessment if they fulfil the requirements of the directive. For existing biocidal
active substances, which were on the market before 14™ May 2000 a 10-year-review programme
according to Art 16 (2) of Directive 98/8 was initiated with Regulation 1896/2000. This review
programme will be the main task under the Biocidal Products Directive for the next years.

This guidance supporting the risk assessment legislation, is based on the Technical Guidance
Document (TGD) in support of the Directive 93/67 and the Regulation 1488/94, published in
1996. This guidance was subject to further refinement taking into account the experience gained
and is extended to the needs of biocides. Facing the fact that in several cases the processes and
use of biocides may be very specific, additional scenarios describing emissions of biocides from
those processes are still being developed. Such scenarios allow for quantitative emission
estimation, which is an important first step in the exposure assessment of biocides, and generally
has a significant influence on the outcome of risk assessments.

The environmental risk assessment (exposure, effects and risk characterisation) and the human
health effects assessment of the biocidal active substance will follow the methodologies as
described in the present TGD. The exposure assessment for humans via the biocidal products is
being elaborated in a separate guidance (document expected on 2002) and the guidance for risk
characterisation for humans shall be given in the TNsG for Annex I inclusion.

A separate document provides guidance on the preparation of the recommendations for risk
reduction measures for existing substances (Guidance Document on Risk Reduction Strategy and
Risk Benefit Analysis).
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1.2 WHOM THE GUIDANCE IS FOR

This set of technical guidance documents is intended for use by the competent authorities
appointed by Member States under the provisions of Directive 67/548, Regulation 793/93 and
Directive 98/8. It is issued by the European Commission (DG JRC) to help competent authorities
to carry out the risk assessments on new notified substances, existing substances and on biocidal
active substances or a substance of concern present in a biocidal product.

This guidance is also intended to be useful for notifiers of new substances as well as for
applicants of a risk assessment of a biocidal active substance and for those manufacturers and
importers who are obliged under the provisions of Regulation 793/93 to submit all relevant
information for the risk assessments and to fulfil any request for further information or testing as
a consequence of a risk assessment. It should help them to understand how the risk assessments
are conducted and how decisions on their conclusions/results are taken. In particular, there are
clear indications of the circumstances which may give rise to a request for further testing/further
information.

This guidance may also be useful for other bodies interested in risk assessment inside and
outside the European Union, i.e. non-governmental organisations which may be involved in the
risk assessment or international fora with programmes on chemicals safety like OECD or IPCS.

1.3 WHY THE GUIDANCE IS NEEDED

The general principles for the risk assessment of new substances, existing substances and
biocidal active substances or substances of concern present in a biocidal product as laid down in
Directive 93/67, Regulation 1488/94 and Directive 98/8, respectively, do not include extensive
technical detail for conducting hazard identification, dose (concentration) - response (effect)
assessment, exposure assessment and risk characterisation in relation to human health and the
environment. This guidance which has been produced with the assistance and endorsement of
Member States, provides supplementary technical detail. The guidance is not legally binding,
and the competent authorities may use other methods or approaches if they are more appropriate,
provided that they are scientifically justified and compatible with the general principles laid
down in Directive 93/67, Regulation 1488/94 or Directive 98/8. When other methods are used,
the methods, including any assumptions, uncertainties and calculations, should be clearly
described and justified.

The technical procedures relevant to the different aspects of risk assessment which are described
in this guidance may, where appropriate, be subject to further refinement and development in the
future.
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2 GENERAL PRINCIPLES OF RISK ASSESSMENT

The risk assessment process, in relation to both human health and the environment, entails a
sequence of actions which is outlined below.

(1) Assessment of effects, comprising

(a) hazard identification: identification of the adverse effects which a substance has an
inherent capacity to cause; and

(b) dose (concentration) - response (effects) assessment: estimation of the relationship
between dose, or level of exposure to a substance, and the incidence and severity of an
effect, where appropriate.

(2) Exposure assessment: estimation of the concentrations/doses to which human populations
(i.e. workers, consumers and man exposed indirectly via the environment) or environmental
compartments (aquatic environment, terrestrial environment and air) are or may be exposed.

(3) Risk characterisation: estimation of the incidence and severity of the adverse effects likely to
occur in a human population or environmental compartment due to actual or predicted
exposure to a substance, and may include “risk estimation”, i.e. the quantification of that
likelihood.

While a risk assessment containing all steps must be carried out for all priority existing
substances and biocidal active substances, the risk assessment process in relation to a particular
effect or property can be stopped for notified new substances when the hazard identification
related to that effect/property did not lead to classification in accordance with Directive 67/548
and if there are no other reasonable grounds for concern. Where investigations of an effect have
not yet been conducted, for new substances the risk assessment does not need to consider this
effect unless there is cause for concern.

Having followed the required steps, assessors will come to conclusions separately for human
health and the environment which will, in a subsequent step, be reviewed and integrated in
relation to the totality of risks posed by the substance. These overall conclusions/results will
include one or more of the following conclusions/results:

Possible conclusions of the risk assessment for notified new substances (according to Article 3 of
Directive 93/67):

(1) The substance is of no immediate concern and need not be considered again until further
information is made available in accordance with Article 7(2), 8(3), 8(4) or 14(1) of
Directive 67/548.

(i1) The substance is of concern and the competent authority shall decide what further
information is required for revision of the assessment, but shall defer a request for that
information until the quantity placed on the market reaches the next tonnage threshold as
indicated in Article 7(2), 8(3) or 8(4) of Directive 67/548.

(i11) The substance is of concern and further information should be requested immediately.
(iv) The substance is of concern and the competent authority should immediately make

recommendations for risk reduction.

Possible results of the risk assessment for existing substances (according to Article 10 of
Regulation 793/93 and as extracted from Annex V of Regulation 1488/94):
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(1) There is need for further information and/or testing.

(i) There is at present no need for further information and/or testing and no need for risk
reduction measures beyond those which are being applied already.

(ii1) There is a need for limiting the risks; risk reduction measures which are already being
applied shall be taken into account.

Possible results of the risk assessment for active biocidal substances (according to Article 11 of
Directive 98/8):

. Recommendation of an inclusion of the active substance in Annex I, IA or IB (the inclusion
shall, where appropriate, be subject to certain requirements).
. Recommendation of a non-inclusion of the active substance in Annex I, IA or IB.

Figure 1 illustrates schematically the principles described above.

Risk assessment is an iterative process for new and existing substances. For new substances an
initial assessment of risk is made at the time of the first notification and the assessment is re-
addressed and may be revised in the light of any further information on the properties of the
substance and/or on exposure, whenever such information becomes available. Further
information may be supplied in response to requests of the competent authorities as an outcome
of the risk assessment; or it may be supplied when the next tonnage threshold is reached, other
relevant changes occur or new relevant knowledge becomes available in response to
requirements under Articles 7(2), 8(3), 8(4) or 14(1) of Directive 67/548.

Also for existing substances a risk assessment needs to be reviewed and, where necessary, be
revised when new information is submitted by the manufacturer(s) and importer(s) following the
request for further data as an outcome of the risk assessment according to Article 10 (2) of
Regulation 793/93.

If risk reduction measures are appropriate, any recommendations for risk reduction of new
substances shall, according to Article 3(4) and Annex V of Directive 93/67, be part of the risk
assessment. However, for existing substances any risk reduction strategy will in compliance with
Article 10(3) of Regulation 793/93 have to be submitted separately. Where, on the basis of the
risk assessment and recommendations for risk reduction, particular control measures need to be
applied, these shall be proposed under the appropriate EU legislation.

Directive 98/8 states in Article 10 that in the light of current scientific and technical knowledge,
a biocidal active substance shall be included in Annex I, Annex IA or Annex IB for an initial
period not exceeding 10 years. The inclusion of an active substance may be renewed on one or
more occasions for periods not exceeding 10 years.

The Technical Guidance Document does not invalidate existing protection goals realised in other
legislation or conventions. The test and assessment strategies are based on the current scientific
knowledge and the experience of the competent authorities of the Member States. The scheme is
intended to assess the risk to humans and the environment, posed by individual chemical
substances and active substances and substances of concern present in a biocidal product, as
required by Directive 92/32, Regulation 793/93 and Directive 98/8. Therefore additive or
synergistic effects which may be caused by a combined action of several substances are not
considered. The risk assessment procedures cover the whole life cycle of the substances under
consideration, their effects on all human populations as well as fate and effects in all
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environmental compartments. They should contribute to setting of specific quality criteria, as for
specific environmental compartments or for human populations.

For priority existing substances Article 8(2) of Regulation 793/93 states that: “A substance
subject to evaluation under other Community legislation should be placed on a priority list only
if that evaluation fails to cover risk to the environment or risk to man, including workers and
consumers, or if those risks have not yet been adequately evaluated. An equivalent evaluation
carried out under other Community legislation should not be repeated under this Regulation.”
The practical implementation of this article has been discussed and the Competent Authorities
provided the following advice:

o If other Community legislation covers certain uses of a Priority Chemical, then the
Commission (or a Member State volunteer) should carry out a comparison of the protection
goals of the other Community legislation and Regulation 793/93, as defined in Regulation
1488/94 and implemented in the Technical Guidance Document;

o Where the other Community legislation covers the same protection goals as Regulation
793/93 and where the assessment is seen as being equivalent to the evaluation carried out
under Regulation 793/93, then the use should not be re-assessed under Regulation 793/93;

o Where the other Community legislation does not cover all the protection goals of Regulation
793/93 or where the assessment is seen as not being equivalent to the evaluation carried out
under Regulation 793/93, the use could be covered by Regulation 793/93, if considered
relevant. The risk assessment under Regulation 793/93 should though not reach formal
conclusions related to those protection goals covered by the other Community legislation.

Clearly, if a substance falls under any of these categories the reasons for including or excluding
(certain parts of) the assessment should be highlighted in the risk assessment report with the
appropriate argumentation.
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INFORMATION GATHERING

A 4
EFFECTS ASSESSMENT EXPOSURE ASSESSMENT
* Hazard identification * Human exposure assessment
* Dose (concentration)- response (Workers, consumers, via the
(effect) Assessment environment)
» Environmental exposure
assessment (water, soil, air)
A 4
RISK CHARACTERISATION
HUMAN HEALTH ENVIRONMENT
Evaluation of effects data and Evaluation of effects data and
comparison with exposure data comparison with exposure data
A4

OUTCOME OF RISK ASSESSMENT
One or more of the following conclusions/results

A 4 A 4 A A 4 A \ 4 \ 4 A 4 A
i)No :5) (zoncern B) ?on(f:err;‘ iv) Concern i) Need for | ii) At present| iii) Need for|[ | Recommen- | Recommen-
immediate etine Define further| immediately further no need for | limiting the dation of an | dation of a
concern further information | make information | further risks inclusion of non-
Noneedto | infarmation neess and recommen- and/or information the active inclusion of
consider needsand |seek dations for testing and/or substance in | the active
again requests at | immediately | rigk testing and Annex |, IA or | substance in
before next | next reduction no need for IB. Annex |, IA
tonnage tonnage risk orlB
trigger trigger reduction

measures
NEW SUBSTANCES EXISTING SUBSTANCES BIOCIDES

Figure 1  Risk assessment of new substances, existing substances and biocidal active substances and substances of
concern present in a biocidal product: general principles.
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3 PROCEDURES FOR PREPARING THE RISK
ASSESSMENTS
3.1 NOTIFIED NEW SUBSTANCES

The risk assessments for notified new substances are circulated to the competent authorities of
all Member States via the Commission together with or shortly after the circulation of the
summary notification dossier. Where there are different views between Member States on the
risk assessments or proposed testing strategies, agreement will normally be reached through a
dialogue between Member States. If this is not possible, the decision may be referred to the
committee of Member States according to Article 29 of Directive 92/32. Where measures for risk
reduction are appropriate, these proposals may also be put to this committee for consideration
and positive adoption.

3.1.1 Data used for risk assessment

The risk assessment of new notified substances is based on the data submitted by the notifiers in
accordance with Articles 7, 8, 14(1) and 16 of Directive 67/548. The Directive lays down a
scheme of step-wise, tonnage-related data requirements where the amount of available tests is
dependent on the supply level. For use in the risk assessment, testing strategies have been
developed to supplement the guidance given in Directive 67/548 and its Annexes (see Chapters 2
and 3). The tests for new substances need to be carried out in accordance with the EU test
guidelines as laid down in Annex V to Directive 67/548 or, if no EU guidelines are available or
they are not applicable, following internationally recognised guidelines, preferably those of the
OECD. The tests must also be conducted in compliance with the principles of good laboratory
practice as set out in Council Directive 87/18/EEC. These provisions are intended to assure the
adequacy of data.

3.1.2 Risk assessment report

A common format for the risk assessment reports to be submitted to the Commission for
circulation to all Member States has been established and is described in Chapter 6. This chapter
also presents detailed guidance on how to prepare the risk assessment report.

3.1.3 Consultations

According to Article 3(5) of the Risk Assessment Directive for new substances (Directive 93/67)
the notifier may be consulted by the competent authorities when the risk assessment indicates
that the substance is "of concern" and further information or risk reduction measures may be
necessary (conclusions (ii), (iii) or (iv)). Any relevant information obtained by the competent
authorities shall be used to revise the risk assessment before sending it to the Commission.

11
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3.2 PRIORITY EXISTING SUBSTANCES

The rapporteurs should aim to prepare the risk assessments within 6 months of receiving all
relevant information and full test reports on the priority substances from the companies
concerned, i.e. normally 12 months after publication of the priority list. On the basis of the risk
assessment and, where necessary, a risk reduction strategy proposed by the responsible Member
State, the Commission will prepare a proposal for discussion and adoption by the voting
committee of Member States according to Article 15 of Regulation 793/93. At least one technical
meeting of experts from Member States, industry and other bodies involved will precede this
meeting of the voting committee to prepare the final Commission proposal. A summary risk
assessment will after its adoption by the voting committee be published in the Official Journal.

If a need for risk reduction measures for one effect/population/compartment (result iii) is
identified as well as the need for further information/tests for others, the risk assessment
including these results shall be adopted and published immediately without awaiting the test
results. When the information/test results are available the risk assessment will be revised with
regard to the effects/populations/compartments affected and the revised assessment and result be
adopted and published. This pattern may need to be run through several times, until for each
effect/population/compartment either the result (ii) or (iii) applies.

3.2.1 Data used for risk assessment

3.2.1.1 Data base

The risk assessment of priority existing substances shall be based on the information on the
substance submitted by the manufacturers and importers in accordance with Articles 3, 4, 7(1)
and (2), 9(1) and (2) and 10 (2) of Regulation 793/93 and on other available information gained
by the rapporteur. Normally for priority substances, when starting a risk assessment, the
summary information submitted on HEDSET under the requirements of Article 3 which are
stored in the [IUCLID data base will be available to the rapporteur.

Additionally, the detailed information required under Article 9, i.e. in particular the complete test
reports and detailed information on exposure has to be provided.

According to Article 9(2), the data to be made available to the rapporteur shall at least include
the data set required under Annex VII A of Directive 67/548, i.e. the so-called base-set. See
Appendix 1. Any gaps in the base-set data should be filled, unless the manufacturers or importers
can justify not providing it according to Article 9(3).

Rapporteurs can agree exemptions from additional testing to complete the base-set, if the
information is either unnecessary for risk assessment or impossible to obtain. An example would
be when an Annex VIII test, e.g. a prolonged toxicity study with daphnia, is available, while the
base-set test is missing.

In order to ensure that all relevant data for a risk assessment are available, the rapporteurs should
conduct their own literature research. However, if the companies concerned provide a copy of
the results of their literature research and the research profile used, unnecessary duplication of
work could be avoided.

The rapporteurs should also use non-published data for the risk assessment, where relevant.
Sources of this type of data include: (national) product registers, data banks containing exposure

12
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data collected in the context of legislation on consumer products, data banks of poison control
centres, results of governmental monitoring programmes or governmental testing programmes.

Data not publicly available may also exist in Member States other that of the rapporteur.
Therefore all Member States should submit their unpublished information on the priority
substances to the rapporteurs as early as possible.

3.2.1.2 Evaluation of data

The rapporteurs should during the whole process of risk assessment consider the evaluation of
the adequacy and completeness of the data available.

Any tests carried out for the purpose of risk assessment under Regulation 793/93 should be
conducted according to the methods laid down in Annex V to Directive 67/548 following good
laboratory practices as set out in Directive 87/18. However, it is possible that test data already
exist which have been generated by following other test guidelines or not applying GLP
standards. The quality of such data and the need to conduct new tests according to Annex V to
Directive 67/548 must be decided on a case-by-case basis taking into account among other
factors, the need to minimise testing on vertebrate animals.

Particular account should be taken of tests carried out according to internationally agreed test
guidelines and applying appropriate laboratory quality standards. When evaluating the adequacy
of the data already available a general rule should be that a non standard test can be accepted if it
provides the same information necessary for the risk assessment as the standard test according to
Directive 67/548. Detailed guidance on the evaluation of data is given in sections 3 of Chapters 2
and 3.

3.2.1.3 Risk assessment report

A risk assessment report shall comprise:

« A comprehensive risk assessment report;

« A summary thereof; and

« The definitive data set including all relevant data for the risk assessment according to Article
6 and Annex 5 of the Risk Assessment Regulation 1488/94 on HEDSET or IUCLID.

Detailed explanations on the three different elements are presented in Chapter 6.

A common format for the risk assessment reports to be submitted to the Commission has been
established and is described in Chapter 6. This chapter also presents detailed guidance on how to
prepare the risk assessment report and the definitive data set.

3.2.2 Consultations

Regulation 793/93 lays down in Article 10(1) that the rapporteurs shall consult industry when it
has been identified that further information/testing is necessary. While further contacts are not
formally foreseen by the Regulation, it is recommended that consultations of industry, social
partners and other interested bodies take place during the whole process of the risk assessment.

13
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3.2.2.1 Consultation with industry

In order to facilitate the contacts between the rapporteurs and the companies concerned, i.e.
manufacturers and importers who had submitted HEDSETs on the priority substances, industry
may nominate a contact point for each substance on the priority list in order to co-ordinate the
data collection and data submission and should inform the rapporteur who this is. While these
contact points could be either a company or an industry organisation, actual submission of that
data shall formally be made by the companies or one company acting on behalf of the others.

It is the task of the rapporteur to inform each company concerned of the other companies who
have to submit data on the priority substances and to invite them to nominate a contact point,
while the co-ordination of the submission of the data and carrying out of missing tests within the
given time frames is in the responsibility of these companies.

Consultation with industry should normally take place via the contact points. However, with
regard to specific questions, in particular to the exposure assessment of the substance, it will
often be more appropriate for the rapporteur to consult the company concerned direct.

It is recommended that the rapporteurs inform the companies concerned of the outcome of the
risk assessment, either directly or via the contact point.

If for a given effect/population/environmental compartment the risk characterisation indicates
that the substance is "of concern" but a refinement of the risk assessment is possible, industry
should be consulted as early as possible, i.e. the rapporteurs should not wait until the risk
assessment has been finalised for all effects/populations/compartments. It may be that additional
existing data are readily obtainable via industry, e.g. additional data on exposure and/or toxicity
may be available in companies which are customers of manufacturers or importers which would
allow this refinement.

Efforts should be made to obtain exposure data also from companies which are (currently) not
obliged to submit data according to Regulation 793/93, particularly companies which are
customers of manufacturers and importers or manufacturers and importers of volumes below
1000 t/a (which have to submit data under Regulation 793/93 in a later phase).

If data allowing a refinement of the risk assessment are not obtainable in the consultation phase
within a reasonable time (not causing a delay in the procedure), the rapporteurs should continue
the risk assessment and present the request for further testing/information and its result to the
Commission as described above.

3.2.2.2 Consultation with other interested bodies

The consultation with other interested bodies in the risk assessment, e.g. trade unions or
consumer associations, should take place in the margins of the technical meetings preparing the
vote on the risk assessments described under section 1. The consideration of the scientific input
in the stage of the preparation of the rapporteur's proposal of the risk assessments may, on
practical reasons, sometimes only be possible on national level. The rapporteur should then
ensure that these consultations consider a European risk assessment and do not cause a delay of
their presentation at the Commission.
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33 BIOCIDAL ACTIVE SUBSTANCES

The receiving competent authority shall, within 12 months of accepting the dossiers, carry out an
evaluation. (A copy of the evaluation shall be sent to the Commission and the other Member
States and to the applicant, together with a recommendation for the inclusion, or otherwise, of
the active substance in Annex I, IA or IB). A decision on this recommendation will have to be
taken at community level.

3.3.1 Data used for Risk Assessment

The data requirements for the active substance are laid down in Annex IIA and Annex IIIA of
Directive 98/8/EC. Furthermore “Technical Notes for Guidance in Support of Directive 98/8/EC
of the European Parliament and the Council Concerning the Placing of Biocidal Products on the
Market. Guidance on data requirements for active substances and biocidal products” has been
developed and are available on the ECB homepage http://ecb.jrc.it.

3.3.2 Risk Assessment Report

A common format for biocidal active substances has been proposed!, but is still under
discussion.

The Biocides Directive, 98/8, has a number of associated Technical Notes for Guidance (TNsG)
to ensure a harmonised implementation of the Directive and to explain information expectations
and data use. The relevant TNsGs for the risk assessment of the biocidal active substances are
the present TGD and in addition the documents listed below. The documents are available on the
ECB homepage http://ecb.jrc.it.

List of TNsGs for biocides
Doc. No. SHORT TITLE FULL TITLE
1 TNsG on Data Technical Notes for Guidance in support of the Directive 98/8/EC concerning the Placing
Requirements of Biocidal Products on the Market - Guidance on Data Requirements for Active
Substances and Biocidal Products
2 TNsG on Annex | Technical Notes for Guidance in support of Directive 98/8/EC of the European Parliament
inclusion and the Council concerning the Placing of Biocidal Products on the Market - Principles
and Practical Procedures for the Inclusion of Active Substances in Annexes I, A and 1B
3 TNsG on Human Assessment of Human Exposures to Biocides (first report, 1998)
exposure Second report in preparation, target date Sep. 2002

I EU-Project E2/ETU/980078: Preparation of Guideline for the Practical Implementation of Directive 98/8,
concerning the placing of Biocidal Products on the Market (Short title: Practicalities Guidelines)
Final Proposal from consultants 28 February 2000
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3.3.3 Consultation

A copy of the evaluation shall be sent to the Commission and the other Member States and to the
applicant, together with a recommendation for the inclusion, or non-inclusion, of the active
substance in Annex I, IA or IB.

On receipt of the evaluation, the Commission shall prepare a proposal without undue delay for a
decision to be taken at community level. The decision shall be taken at latest 12 months after the
receipt by the Commission of the request (cf. Art 11(4) Directive 98/8)
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APPENDIX I BASE SET

3.0
3.1
3.2
3.3
3.4
3.5
3.6
3.8
3.9
3.10
3.11
3.12
3.13
3.14

4.1

4.1.1
4.1.2
4.1.3
4.1.5
4.1.6
4.1.7

ANNEX VIL A
DIRECTIVE 67/548/EEC
INFORMATION REQUIRED FOR THE TECHNICAL DOSSIER
(“BASE SET”) REFFERED TO IN ARTICLE 7 (1)

PHYSICO-CHEMICAL PROPERTIES OF THE SUBSTANCE
State of the substance at 20°C and 101,3 kPa
Melting-point

Boiling-point

Relative density

Vapour pressure

Surface tension

Water solubility

Partition coefficient n/octanol/water
Flash-point

Flammability

Explosive properties

Self-ignition temperature

Oxidizing properties

Granulometry:

For those substances which may be marketed in a form which gives rise to the danger of
exposure by the inhalatory route, a test should be conducted to determine the particle
size distribution of the substance as it will be marketed.

TOXICOLOGICAL STUDIES

Acute toxicity

For tests 4.1.1 to 4.1.3, substances other than gases shall be administered via at least
two routes, one of which should be the oral route. The choice of the second route will
depend on the nature of the substance and the likely route of human exposure. Gases
and volatile liquid should be administered by the inhalation route.

Administered orally
Administered by inhalation
Administered cutaneously
Skin irritation

Eye irritation

SKkin sensitisation

17
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4.2

4.2.1
4.3
4.3.1

4.3.2
4.3.3

5.1

5.1.1
5.1.2
5.1.3
5.1.6

5.2

5.3

18

Repeated dose

The route administration should be the most appropriate having regard to the likely
route of human exposure, the acute toxicity and the nature of the substance. In the
absence of contra indications the oral route is usually the preferred one.

Repeated dose toxicity (28 days)
Other effects
Mutagenicity

The substance shall be examined in two tests. One shall be a bacteriological (reverse
mutation) test, with and without metabolic activation. The second shall be a non-
bacteriological test to detect chromosome aberrations or damage. In the absence of
contra-indications, this test should normally be conducted in vitro, both with and
without metabolic activation. In the event of a positive result in either test, further
testing according to the strategy described in Annex V should be carried out.

Screening for toxicity related to reproduction (for the record)
Assessment of the toxicokinetic behaviour of a substance to the extent that can be
derived from base set data and other relevant information.

ECOTOXICOLIGICAL STUDIES
Effects on organisms

Acute toxicity for fish

Acute toxicity for daphnia
Growth-inhibition test on algae
Bacterial inhibitor

In those cases where biodegradation may be affected by the inhibitory effect of a
substance on the bacteria, a test for bacterial inhibition should be carried out prior to
undertaking the biodegradation.

Degradation
- biotic

- abiotic

If the substance is not readily biodegradable then consideration should be given to the
need to carry out the following tests: hydrolysis as a function of pH.

Adsorption / desorption screening tests
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APPENDIX II ABBREVIATIONS

AF
ASTM
ATP
AUC

BBA
BCF
BMF
bw

CA
CAS
CEN
CMR
CNS
COD
CTs
dfi
DIN
DNA
DT50
EASE
EbC50
EC
EC10
EC50
ECB
ECETOC
ECVAM
EEC
EN
ErC50
ESD
EU
EUSES

Assessment Factor
American Society for Testing and Materials
Adaptation to Technical Progress

Area under the blood/plasma concentration vs. time curve, representing the total amount
of substance reaching the plasma

Bioaccumulation

Biologische Bundesanstalt fiir Land- und Forstwirtschaft

Bioconcentration Factor

Biomagnification Factor

body weight

Competent Authority

Chemical Abstract Services

European Standards Organisation

Carcinogenic, Mutagenic and toxic to Reproduction

Central Nervous System

Chemical Oxygen Demand

Clearance Time, elimination or depuration expressed as half-life

daily food intake

Deutsche Industrie Norm (German norm)

DeoxyriboNucleic Acid

Degradation half-life or period required for 50 percent dissipation / degradation
Estimation and Assessment of Substance Exposure Physico-chemical properties [Model]
Effect Concentration measured as 50% reduction in biomass growth in algae tests
European Communities

Effect Concentration measured as 10% effect

median Effect Concentration

European Chemicals Bureau

European Centre for Ecotoxicology and Toxicology of Chemicals

European Centre for the Validation of Alternative Methods

European Economic Communities

European Norm

Effect Concentration measured as 50% reduction in growth rate in algae tests
Emission Scenario Document

European Union

European Union System for the Evaluation of Substances [software tool in support of
the Technical Guidance Document on risk assessment]
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FAO Food and Agriculture Organisation of the United Nations

FELS Fish Early Life Stage

GLP Good Laboratory Practice

HEDSET EC/OECD Harmonised Electronic Data Set (for data collection of existing substances)

HELCOM Helsinki Commission -Baltic Marine Environment Protection Commission

HPLC High Pressure Liquid Chromatography

HPVC High Production Volume Chemical (> 1000 t/a)

IC Industrial Category

IC50 median Immobilisation Concentration or median Inhibitory Concentration

IPCS International Programme on Chemical Safety

ISO International Organisation for Standardisation

ISO/DIS International Organisation for Standardisation/Draft International Standard

IUCLID International Uniform Chemical Information Database (existing substances)

Koc organic carbon normalised distribution coefficient

Kow octanol/water partition coefficient

Kp solids-water partition coefficient

L(E)C50 median Lethal (Effect) Concentration

LAEL Lowest Adverse Effect Level

LC50 median Lethal Concentration

LD50 median Lethal Dose

LEV Local Exhaust Ventilation

LLNA Local Lymph Node Assay

LOAEL Lowest Observed Adverse Effect Level

LOEC Lowest Observed Effect Concentration

LOED Lowest Observed Effect Dose

LOQ Limit Of Quantitation

MATC Maximum Acceptable Toxic Concentration

MC Main Category

MITI Ministry of International Trade and Industry, Japan

MOS Margin of Safety

MW Molecular Weight

NAEL No Adverse Effect Level

NF Norme Frangaise

NOAEL No Observed Adverse Effect Level

NOEC No Observed Effect Concentration

OECD Organisation for Economic Cooperation and Development

OSPAR Oslo and Paris Convention for the protection of the marine environment of the Northeast
Atlantic
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P

PBT
PCDD
PCDF
PBPK
PBTK
PEC
PNEC
POP
PPE
QSAR
R phrases
RAR
RWC

S phrases
SAR
SCE
SETAC
SNIF
SSD
STP
TGD
TNsG
TNO
ucC
UDS
UNEP
US EPA
vB

vP
vPvB
WHO

Persistent

Persistent, Bioaccumulative and Toxic

PolyChlorinated Dibenzo Dioxin

PolyChlorinated Dibenzo Furan

Physiologically Based PharmacoKinetic modelling
Physiologically Based ToxicoKinetic modelling

Predicted Environmental Concentration

Predicted No Effect Concentration

Persistent Organic Pollutant

Personal Protective Equipment

(Quantitative) Structure-Activity Relationship

Risk phrases according to Annex III of Directive 67/548/EEC
Risk Assessment Report

Reasonable Worst Case

Safety phrases according to Annex III of Directive 67/548/EEC
Structure-Activity Relationships

Sister Chromatic Exchange

Society of Environmental Toxicology And Chemistry
Summary Notification Interchange Format (new substances)
Species Sensitivity Distribution

Sewage Treatment Plant

Technical Guidance Document '

Technical Notes for Guidance (for Biocides)

The Netherlands Organisation for Applied Scientific Research
Use Category

Unscheduled DNA Synthesis

United Nations Environment Programme

Environmental Protection Agency, USA

very Bioaccumulative

very Persistent

very Persistent and very Bioaccumulative

World Health Organization
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GENERAL INTRODUCTION TO RISK ASSESSMENT FOR HUMAN HEALTH

1 GENERAL INTRODUCTION TO RISK ASSESSMENT FOR
HUMAN HEALTH
1.1 BACKGROUND

The carrying out of a human health risk assessment is required on new substances (Commission
Directive 93/67), priority existing substances (Commission Regulation (EC) No. 1488/94) and
biocidal active substances (Directive 98/8). This risk assessment should proceed in the following
sequence:

« hazard identification;
« dose (concentration) - response (effect) assessment;
.  exposure assessment;
« risk characterisation.

The risk assessment for human health shall address the following potential toxic effects and
human populations, considering each population's exposure by the inhalation, oral and dermal
routes:

Effects

. acute toxicity;

o Irritation;

.  corrosivity;

«  sensitisation;

. repeated dose toxicity;

. mutagenicity;

. carcinogenicity;

« toxicity for reproduction.

Human population

« workers;
«  consumers;
«  humans exposed indirectly via the environment.

This document is intended to assist those carrying out the risk assessment for human health of
new and existing substances and biocides. It includes advice on the following issues:

« how to establish the exposure levels and dose-response-relationships (Sections 2 and 3,
respectively) and, where no quantification is possible or necessary, how to make qualitative
assessments of exposure and effects;

« how to judge which of the possible administrative decisions on the risk assessment
according to Article 3(4) of Directive 93/67 or Article 10 of Regulation 793/93 and Annex V
of Regulation 1488/94 or Article 11 of Directive 98/8 need to be taken (Section 4);

- how to decide on the testing strategy, if further tests need to be carried out (Section 3).
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The assessment of exposure to humans from biocidal products and the risk assessment for human
health have been elaborated in separate guidance documents, Technical Notes for Guidance in
support of Directive 98/8/EC (TNsG on Exposure Estimation, 2002; TNsG on Annex I Inclusion,
2001). The human health effect assessment of the active biocidal substance will follow the
present Technical Guidance Document (TGD).

According to Article 9(2) of Regulation 793/93, the minimum data set that must be submitted for
existing substances is the “base-set” testing package required for new substances which is
defined in Annex VIIA of Council Directive 67/548/EEC. This ensures that for both new and
existing substances results from studies are available on all effects listed above, except for
carcinogenicity and toxicity for reproduction, and also information on toxicokinetic behaviour.
For a new substance further data are foreseen at level 1 and level 2 (Annex VIII of Directive
67/548). For existing substances information beyond the base-set may be available of which the
amount and quality of data are expected to vary widely. For the effects assessment there may be
several data available on a single endpoint which give dissimilar results. Furthermore, there may
be studies, in particular older studies, which have not been conducted according to current test
guidelines and quality standards. Expert judgement will be needed to evaluate the adequacy of
these data.

The data requirements for the active biocidal substances are laid down in Annex IIA and Annex
IITIA of Directive 98/8. Furthermore, Technical Notes for Guidance on data requirements for active
substances and biocidal products have been developed (TNsG on Data Requirements, 2000).

The human exposure assessment is based on representative monitoring data and/or on model
calculations. If appropriate, available information on substances with analogous use and
exposure patterns or analogous properties is taken into account. The availability of representative
and reliable monitoring data and/or the amount and detail of the information necessary to derive
realistic exposure levels by modelling, in particular at later stages in the life cycle of a substance
(e.g. during and after use in preparations and articles), will also vary. Again, expert judgement is
needed.

The risk assessment should be carried out on the basis of all data available, applying the methods
described in the following sections of the document. As a general rule for the risk assessment the
best and most realistic information available should be given preference. However, it may often
be useful to conduct initially a risk assessment using exposure estimates based on worst-case
assumptions. If the outcome of such an assessment is that the substance is of “no concern”, the
risk assessment for that human population can be stopped. If, in contrast, the outcome is that a
substance is “of concern”, the assessment must, if possible, be refined.

The guidance has been developed mainly from experience gained on individual substances. This
implies that the risk assessment procedures described cannot always be applied without
modifications to certain mixtures of substances. In particular the methodologies that may be
applied to assess the risks of petroleum substances are specifically addressed in Appendix VII.

The risk assessments that have to be carried out according to Regulations 793/93 and 1488/94 for
existing substances and Directives 67/548 and 93/67 for new substances, and for active
substances in a biocidal product under Directive 98/8, respectively, are in principle valid for all
countries in the European Union. Therefore in this document generic scenarios are applied to the
exposure assessment. For biocides additional generic scenarios are given elsewhere, see
http://ecb.jrc.it. It is recognised, however, that the exposure situation in different countries may
vary according to working practices, consumer uses or environmental conditions. The last are
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dealt with in Chapter 3. Where specific information is available, it may be used to refine the
generic assessment.

A human health risk assessment containing all steps must be carried out for all existing
substances and for those new substances which have been classified on the basis of their
toxicological properties, or on the basis of certain physico-chemical properties (explosivity,
flammability or oxidising potential), and to which human exposure is possible.

Similarly, this will also be necessary for substances which are not classified if there are other
reasonable grounds for concern for human health. For example, the following situations would
indicate a need for a full risk assessment:

. positive results from base-set mutagenicity tests;

. aclear indication of a toxic effect in a 28-study which is not sufficiently serious to result in
classification of the substance, but which may become more serious in a longer or more
specific study;

. indications of a particular potential adverse effect, for which the appropriate test has not yet
been conducted, from structure activity relationships or elsewhere (e.g. the results of another
toxicity test, as in the example above);

« other unclear or equivocal results from tests related to human health;

. concerns arising from the expected human exposure pattern/level, such as widespread
exposure via a consumer product or significant human exposure via a route of exposure
which has not been used in the toxicity tests already conducted.

New substances which are neither classified, nor give rise to concern for other reasons are
considered of no immediate concern and may usually be set aside until further information is
made available within the context of the notification scheme.

1.2 GENERAL PRINCIPLES

In essence, the procedure for the risk assessment for human health of a substance consists of
comparing the exposure level(s) to which the population(s) are exposed or are likely to be
exposed with the exposure level(s) at which no toxic effects are expected to occur.

Where possible, a risk assessment is conducted by comparing the exposure level, the outcome of
the exposure assessment, with the No Observed Adverse Effect Level (NOAEL), the outcome of
the dose-response assessment. Where it is not possible to establish a NOAEL but a Lowest
Observed Adverse Effect Level (LOAEL) can be derived, the latter is compared with the
exposure level.

The exposure levels can be derived based on available monitoring data and/or model
calculations. The N(L)OAEL values are determined on the basis of results from animal testing,
or on the basis of available human data. For some effects N(L)OAEL values are not usually
available. For genotoxic substances and sensitisers it is considered prudent to assume that a
threshold exposure level cannot be identified.

Also, for substances which are corrosive or skin/eye irritants, N(L)OAEL values are often not
available.

The derivation and use of dose-response relationships for each of the effects to be considered are
discussed in detail in Section 3.4.
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For both the exposure assessment and the effects assessment, data on physico-chemical
properties including chemical reactivity may be needed. The physico-chemical properties are
required, for example, to estimate emissions and the human exposure scenarios, to assess the
design of toxicity tests, and may also provide indications about the absorption of the substance
for various routes of exposure. The chemical reactivity may also be of importance, e.g. in the
estimation of the exposure of the substance, and also has an impact on its toxicokinetics and
metabolism.

Dependent on the exposure level/N(L)OAEL ratio the decision whether a substance presents a
risk to human health is taken. If it is not possible to identify a N(L)OAEL, a qualitative
evaluation is carried out of the likelihood that an adverse effect may occur.

The comparison of the exposure with the potential effects is done separately for each human
population exposed, or likely to be exposed, to the substance, and for each effect. It should be
noted that, in any particular human population, sub-populations may be identified (e.g. with
different exposure scenarios and/or different susceptibility) which may need to be considered
individually during risk characterisation. Thus, exposure levels are derived separately for each
relevant population/sub-population, and different N(L)OAELs, where appropriate, are identified
for the different endpoints, and respective exposure level/N(L)OAEL values are established.

The risk assessment process depends heavily upon expert judgement in the interpretation of
exposure and effects. The risk assessor should focus the assessment on those effects of
toxicological relevance to humans which may be expected at the predicted levels of exposure.

Requirements for further information on effects and on exposure are inter-related, and are to a
large extent addressed in the toxicity testing strategies in this document. However, when all the
effects and all the expected human exposure patterns are considered, there may be indications for
several tests, possibly using more than one route of exposure. Particularly when early and/or
extensive further testing is being considered, it is important to ensure that either high quality and
relevant measured exposure levels, or the best possible estimates of human exposure, are
obtained so that the decision to test or not to test can be justified. In addition, it should be
considered whether toxicokinetic, metabolic or mechanistic data/information, if obtainable, may
be useful for defining which tests and which routes of exposure should be used, or such data may
be useful in themselves in the assessment of the risks to human health. At any particular stage,
integrated requirements for further testing must be developed, using professional judgement, so
that the necessary information is obtained using the least amount of testing in animals.
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2 EXPOSURE ASSESSMENT
2.1 INTRODUCTION
2.1.1 Core principles of human exposure assessments

Humans may be exposed to substances in the workplace (occupational exposure), from use of
consumer products (consumer exposure) and indirectly via the environment. In this chapter
guidance is given on how to perform an exposure assessment for each of these human
populations. This guidance pertains to the general principles that apply, the data evaluation that
needs to be performed and to the way the actual quantitative assessment, based on either
measured or modelled data, should be performed.

In a first screening step of the exposure assessment, the likelihood of an exposure of the three
populations to the substance under consideration has to be evaluated. If in the screening step it is
indicated that exposure to one or more of the human populations does not occur or when the
expected exposure is so low that it can be neglected further in the risk characterisation phase, no
further assessment is needed and the conclusion can be mentioned in the risk assessment report.
If actual or potential exposure has been identified a quantitative exposure assessment is
necessary. Exposure levels/concentrations for each population potentially exposed need to be
derived from the available measured data and/or from modelling. A range of exposure values to
characterise different sub-populations and scenarios may result. These results are taken forward
to the risk characterisation where they are combined with the results of the effects assessment in
order to decide whether or not there is concern for the human population exposed to the
substance. In some cases all three types of exposure estimates may contribute to an overall
exposure value (combined exposure) which should be considered in the risk characterisation.

It may often be useful to initially conduct an exposure assessment based on “worst-case”
assumptions, and to use default values when model calculations are applied. Such an approach
can also be used in the absence of sufficiently detailed data. If the outcome of the risk
characterisation based on worst-case exposure assumptions is that the substance is “not of
concern”, the risk assessment for that substance can be stopped with regard to the
effect/population considered. If, in contrast, the outcome is that a substance is “of concern”, the
assessment must, if possible, be refined using a more realistic exposure prediction in order to
come to a definitive conclusion.

The following core principles relate to human exposure assessments that need to be carried out
for new substances, existing substances and biocides:

. exposure assessments should be based upon sound scientific methodologies. The basis for
conclusions and assumptions should be made clear and be supportable and any arguments
developed in a transparent manner;

« the exposure assessment should describe the exposure scenarios of key populations
undertaking defined activities. Such scenarios that are representative of the exposure of a
particular (sub)population should, where possible, be described using both reasonable worst-
case and typical exposures. The reasonable worst-case prediction should also consider upper
estimates of the extreme use and reasonably foreseeable other uses. However, the exposure
estimate should not be grossly exaggerated as a result of using maximum values that are
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correlated with each other. Exposure as a result of accidents or from abuse shall not be
addressed;

. actual exposure measurements, provided they are reliable and representative for the scenario
under scrutiny, are preferred to estimates of exposure derived from either analogous data or
from the use of exposure models;

. exposure estimates should be developed by collecting all necessary information (including
that obtained from analogous situations or from models); evaluating the information (in
terms of its quality, reliability, etc.); thus enabling reasoned estimates of exposure to be
derived. These estimates should preferably be supported by a description of any
uncertainties relevant to the estimate;

« in carrying out the exposure assessment the risk reduction/control measures that are already
in place should be taken into account. Consideration should be given to the possibility that,
for one or more of the defined populations, risk reduction/control measures which are
required or appropriate in one use scenario may not be required or appropriate in another
(i.e. there might be sub-populations legitimately using different patterns of control which
could lead to different exposure levels).

Exposure should normally be understood as external exposure which can be defined as the
amount of substance ingested, the total amount in contact with the skin (which can be calculated
from exposure estimates expressed as mg-cm™ or mg-cm™) or either the amount inhaled or the
concentration of the substance in the atmosphere, as appropriate. In cases where a comparison
needs to be made with systemic effects data (e.g. when inhalation or dermal toxicity values are
lacking or when exposures due to more than one route need to be combined) the total body
burden has to be estimated. Since the assessment of the amount that is absorbed after ingestion,
by inhalation or by the skin is usually done in the effects assessment (section on toxicokinetics)
this calculation of the total body burden is often placed in the section on risk characterisation.

Exposure is considered as single events, or series of repeated events, or as continuous exposure.
The duration and frequency of exposure, the routes of exposure, human habits and practices as
well as the technological processes need to be considered. Furthermore, the spatial scale of the
exposure (e.g. personal/local/regional level) has to be taken into account.

2.1.2 Combined exposure

The exposure assessments that are described in the following sections provide quantitative
exposure estimates for each of the human populations (workers, consumers and humans exposed via
the environment). In some cases it may also be relevant to assess the combined exposure of humans
via two or more routes. Workers may for instance be exposed in their private life to consumer
products that contain the same substance as the products they are exposed to professionally. In
addition, consumers may be exposed to substances via food packaging material and at the same
time be exposed to water and/or air that contain the substance as a result of (diffuse) environmental
emissions. In calculating the actual combined exposure value care should be taken of the time scales
at which the exposures occur. In general, combined exposure can be of particular relevance when
long-term exposure to substances with wide spread use and emissions occurs.

General guidance on when these situations become relevant cannot be easily given. On a case-
by-case basis the assessor needs to decide whether the combined exposure of one or more
populations leads to different or additional conclusions regarding the risks of substance.
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2.2 ASSESSMENT OF WORKPLACE EXPOSURE

2.2.1 Introduction

In order to carry out a comprehensive review of exposure to a substance in the workplace, a lot
of detailed information is needed. Unfortunately, in many cases this is not realistically
achievable, and exposure assessment must be made using less data than is desirable. However,
although in many cases data may be sparse, it is also possible to estimate exposure by various
techniques. The purpose of this section is to provide an overview of workplace exposure
assessment and to give detailed information on:

. the information needed by the assessor from industry to carry out the workplace exposure
assessment;

« data collection;

. data analysis;

. the use of modelling techniques;

. assessment of exposure when personal protective equipment (PPE) is used, and

. which exposure values to take forward to risk characterization.

These are all developing areas, and will probably change quite regularly. However, the basic
principles will remain the same. Therefore in preparing exposures assessments, the most up-to
date information should be used. This may mean that advice not included in this document is
used (e.g. a later version of the EASE model). There is no problem with this, as long as there is a
general consensus among Competent Authorities that what is proposed is acceptable, as
reflecting the state of knowledge at the time the assessment is prepared. The most up-to-date
version of this document can be accessed via the ECB website http://ecb.jrc.it.

An overview of the process steps involved in the assessment of workplace exposure, as described
in this section of the TGD, is provided in Appendix I. The summary provides an overview of the
steps involved in carrying out an exposure assessment, as described in this section of the TGD. It
does not provide all of the details needed for an assessor to actually perform the assessment. It
should be used as an aide-memoir and should not be seen as a comprehensive description of the
process.

2.2.2 General principles of workplace assessment

Substances in the workplace may enter the body by being breathed in (inhalation), by passing
through the skin (dermal), or swallowing (ingestion). Exposure to a particular substance should
normally be understood as external exposure. This can be defined as the amount of the substance
ingested, the amount in contact with the skin and/or the amount inhaled, which is represented by the
airborne concentration of the substance in the breathing zone of a worker. It does not usually refer to
concentrations within the body, which are consistent with some measure of absorbed dose. The text
should clearly indicate whether the exposures under discussion are external or internal.

Exposure can be considered as a single event or as a series of repeated events or as continuous
exposure. As well as an estimation of the levels of exposure, either from measured or modelled
data, the assessor needs to address other parameters such as duration and frequency of exposure
and the size of the exposed workforce. It may also be appropriate to consider task-based
exposures, particularly for acute effects. Exposure to substances causing local effects may also
be of interest and should be described where appropriate.
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2.2.2.1 Inhalation exposure

Exposure by inhalation is expressed as the concentration of the substance in the breathing zone
atmosphere, and, for full shift (nominally 8 hours) is normally presented as an average
concentration over a reference period. If the substance of concern has acute health effects or if
exposure is of intermittent short duration there may also be interest in exposure over shorter
periods. One convention in these circumstances is to assess exposure as a time-weighted average
over 15 minutes. The assessment can also be based on exposure during specific tasks which may
be carried out over varying time periods. Information on peak exposures may be important for
assessing acute effects, however, measurement of this type of exposures can be difficult and
there are rarely any data available.

2.2.2.2 Dermal exposure

For many substances the main route of exposure is by inhalation; however, substances may have
the ability to penetrate intact skin and become absorbed into the body. Two terms can be used to
describe dermal exposure:

o potential dermal exposure is an estimate of the amount of contaminant landing on the
outside of work wear and on the exposed surfaces of the skin. It is the sum of the exposure
estimates for the various body parts, including hands and feet;

o actual dermal exposure is an estimate of the amount of contamination actually reaching the
skin. It is mediated by the efficiency and effectiveness of clothing assemblages and
programmes to minimise transfer of contamination from work wear to the skin.

Potential dermal exposure is the most frequently used indicator.

Absorption through the skin can result from localised contamination, e.g. from a splash on the
skin or clothing or in some cases from exposure to high air concentrations of vapour. Dermal
exposure can be influenced by the amount and concentration of the substance, the area of skin
exposure and the duration and frequency of exposure.

Hand transfer of contamination to other parts of the body is an important source of skin
exposure. Contaminated clothing can also be a source of skin exposure particularly to the hands
when removing contaminated PPE. Dermal exposure is expressed in terms of the mass of
contaminant per unit surface area of the skin exposed. At present, there is no consensus view as
to how dermal exposure is best assessed, although the model predictions, which are described
later, make some suggestions.

2.2.2.3 Ingestion exposure

There are no accepted methods for quantifying exposure by ingestion. It is usually controlled by
straightforward good hygiene practices such as segregating working and eating facilities and
adequate washing prior to eating. These matters are normally dealt with as general welfare
provisions in national health and safety legislation. Ingestion exposure is therefore not
considered further in the assessment of workplace exposure. However, the potential for exposure
via ingestion should be borne in mind when considering uncertainties in the exposure assessment
as a whole.
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2.2.2.4 Definition of scenario

The exposure assessment is carried out through an evaluation of different scenarios. An exposure
scenario is the set of information and/or assumptions that tells us how the contact between the
worker and the substance takes place. It is based on the most important characteristics of the
substance in the view of occupational exposure e.g. the physical state, the vapour pressure as
well as on its uses, processes, tasks (description, duration, frequency of exposure) and controls.
Based on this information, relevant populations potentially exposed are identified and scenarios
are established and evaluated. This process will be aided by a comprehensive description of the
lifecycle of the substance given in Chapter 2 of the risk assessment report. Good cross-references
between Chapter 2 and the scenario description should make the exposure assessment more
transparent.

An exposure scenario describes a specific use of a substance with a set of specific parameters
(process, activities (related to the process), duration and frequency, control measures,
concentration of a substance in the formulation) and the exposure levels (inhalation and dermal)
associated with the described situation. For each defined scenario, the most relevant moments of
exposure should be described.

If the assessor judges that some exposure scenarios, or an exposure route are not relevant,
reasons for this judgement should be given, e.g. the substance is no longer used in a certain
industrial sector. Establishing the relevant exposure scenarios needs expert judgement and
should be made in a transparent way. To aid the clarity of the document similar uses of the
substance can be clustered into a single scenario.

Assessors should focus their attention on those scenarios for which a risk is anticipated or which
are borderlines. The degree of detail required for an exposure scenario should be linked to the
perceived magnitude of the risk. In this way, the problem of including excessive amounts of text
for low-risk situations will be avoided, while at the same time giving serious risks the amount of
attention they deserve. However, enough detail should be given to enable the reader to be
confident that potentially important scenarios are not missed.

Some workers are exposed to higher concentrations than others because of differences in the
pattern of use, exposure and control, and also because of differences in their tasks or individual
work practices. It is sometimes unavoidable in the description of a scenario to also include
assumptions, inferences and professional judgements in order to evaluate the information
gathered and to fill the potential gaps in the information. These assumptions should be
sufficiently described so that the reader can appreciate the limitations of the final estimation.

Similar exposure scenarios may occur both for workers and consumers. These may be scenarios
where workers and consumers use the same products and technologies, e.g. use of cleaning
agents, painting and adhesive use for carpet laying. There may however, be differences between
the scenarios, e.g. duration of exposure, quantities used, which must be taken into consideration.

2.2.2.5 Information needs for workplace exposure assessment

In order to provide assessors with sufficient data to reliably and accurately estimate exposure via
the different routes, there is a need for information which both describes the nature and degree of
exposure and which, ideally, is supported by quantified data. In view of the uncertainties
associated with assessing exposure in human populations, preference should always be given to
obtaining representative measured exposure data. Where this is unavailable, analogous/surrogate
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data should be referred to, provided there is sufficient information on duration and pattern of
exposure, before default assumptions are used.

An effective assessment of occupational exposure to a hazardous substance will need to include
information on the range of topics listed below:

« adescription of the substance, its chemical and physical properties, exposure limits, etc.;

« an indication of how, where and in what quantities it is manufactured and used;

« a description of the circumstances of use, and the potential routes of exposure and numbers
exposed;

o details of measured exposure information that is available, including any statistical
parameters describing the information, with supporting core information and an indication
of the comprehensiveness and reliability of the information;

. where appropriate, details of analogous/surrogate measured data which may be relevant;

« where appropriate, data from (computer) models which can estimate exposure for relevant
process and circumstances;

. acomprehensive discussion (including a discussion of the uncertainties) of all the measured,
modelled and analogous/surrogate data, to provide an overview of the situation.

More detailed information is given in Section 2.2.3 on the information needed by assessors in
order for them to carry out a valid exposure assessment. Section 2.2.7 describes how this
information relates to the process of risk characterisation.

Measured data

Measured exposure data and associated information describing these data should be available
from workplace exposure assessments and routine monitoring regimes required as a consequence
of the “so-called” Chemical Agents Directive (98/24/EC) and the Carcinogens Directive
(90/394/EC). Such information may also be available from dedicated surveys or from work with
analogous substances having close chemical and physical properties. Current information may be
available from the relevant literature and should also be seen as a source of information. All data
require careful evaluation before use.

Data should be accompanied by sufficient information to place the exposures in context with
respect to the pattern of use, pattern of control and other relevant process parameters (see
Figure 1, Section 2.2.3). Data should also be available that describe the frequency and duration
of exposure with respect to these parameters. The data should have been collected following
good occupational hygiene practice; preferably employing standardised procedures, particularly
with respect to sampling strategy and measurement methods. Where possible, documents such as
those from the European Standards Organisation, (CEN) or other relevant international
standards, should be used as the basis both for the sampling strategy and associated measurement
and analytical techniques (e.g. ENs 689, 481 and 482).

In some circumstances, analogous/surrogate measured data may be used instead of, or as well as,
measurement data for the substance under assessment, e.g. when there are few measurement data
for the specific substance. For the purposes of exposure assessment, analogous/surrogate data
describes data from similar operations utilising the same substance or data for the same
operation, but for similar substances. It is considered that most substances will have
analogous/surrogate markers which, whilst not providing equivalent reliability in terms of their
status in the data hierarchy, provide information which is more valuable than that obtained from
modelled estimates.
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Modelled data

Where it is necessary to model exposure data, owing to inadequate/insufficient measured data,
this may be derived from the use of suitable validated exposure models. These models are useful
within the range and under the conditions in which they have been validated. Their utility outside
this range will be limited and may be of questionable reliability. The overall quality of modelled
exposure estimates will in part be dependent on the proportion of reliable and specific exposure
information available as inputs to the model, together with considerations affecting the operation
of the model itself. Provision of good quality core information as outlined in Figure 1
(Section 2.2.3) is required to assist in the modelling process.

In general terms, two types of model can be considered. These are (a) empirical/’knowledge
based and (b) mathematical mechanistic models. In empirical’knowledge-based models, a body
of knowledge is encapsulated in an expert system. The system uses this knowledge to assess
information input by the user and predict the likely exposure, often in the form of a range for the
conditions of interest. Mathematical mechanistic models, on the other hand, use numerical inputs
to estimate exposure by calculation. Equations derived from either theoretical principles or
empirical studies determine the output predictions. The output may be a single figure, a time
history, or a range determined by a statistical procedure.

The two model types have different attributes, and are strictly applicable only within their
defined circumstances of use. In general, mathematical mechanistic models are concerned with
specific circumstances or processes (e.g. paint spraying, drum-filling) and cannot usually be used
for more general application. They are likely to give a lot of detailed information on the exposure
to be expected. Empirical/’knowledge based models, on the other hand tend to be applicable to a
wider range of circumstances, and are based on many years of accumulated experience. While
they can give a broad idea of likely exposure, they are not very precise. However, they are able
to predict exposure to new and existing substances and to assess likely exposure across a range
of uses of a substance. Model estimates are more widely used for exposure assessment of new
substances because the data available are often poor or non-existent.

For the purposes of assessments undertaken for new and existing substances by Competent
Authorities using this guidance, any relevant model can be used and there will be circumstances
where mathematical mechanistic models may be able to provide some useful predictions for
exposure assessment. However, the practice has developed of using a generic model, which was
specifically developed for the purpose. This is the EASE (Estimation and Assessment of
Substance Exposure) model. EASE is subject to a policy of continuous development and is
currently in its second Windows version. Full details of the current version of EASE can be
found at the website. Information on the concept behind EASE and other information can be
found in Appendix I A-F.

In summary, the following preferential hierarchy should be applied to exposure data:

1. measured data, including the quantification of key exposure determinants,
appropriate analogous/surrogate data, including the quantification of key exposure
determinants,

3. modelled estimates.

2.2.2.6 Information gathering

In order for the assessor to produce a valid exposure assessment there needs to be a good
interaction between the assessor and industry. The lead industry contact, usually from a major

41



EXPOSURE ASSESSMENT

producer of the chemical, needs to provide the information required to the assessor in a timely
fashion so that the assessment is not delayed.

Information is usually relatively easily obtained from producers/importers, as they are required
to supply it, but is more difficult to obtain from downstream users. Although the difficulty in
obtaining exposure information from downstream users is recognised, every effort should be
made by the lead company to obtain this information. This will lead to greater confidence in the
exposure assessment and also the risk assessment. Where information is lacking decisions are
usually made on a precautionary basis to avoid underestimating the risk. This in turn may lead to
excessive risk reduction measures being put in place.

In order to facilitate the production of a valid and relevant exposure assessment there needs to be
a good interaction between the assessor and industry throughout the risk assessment process.

2.2.2.7 Uncertainties

The uncertainties relating to the process of occupational exposure assessment can be categorised
into four groups:

. measurement uncertainties (including those arising from the physical sampling process);
« selection of measurement results;

. uncertainties of model results and

. assessment uncertainties.

Sampling and measurement uncertainties

Uncertainties can arise if the sampling strategy was not designed to obtain representative
measurements for the workplace. This depends inter alia on the reason why the measurements
were taken; e.g. to show compliance with an occupational exposure limit. The measurements
provided may not cover all relevant activities, which can lead to bias.

Uncertainties can also arise in measurement. For example; not all of a physical sample during the
chemical analysis may be recovered, which may lead to underestimated exposures. Some of the
measurements may be below the limit of detection of the method used and will therefore
underestimate exposure if recorded as zero, or overestimate it if recorded as equal to the limit of
detection. There may also be uncertainties in the reading of laboratory measuring devices and
uncertainties as a result of some other aspect of laboratory process (e.g. sample preparation). All
of these factors should be taken into account when assessing data for exposure assessment.

In order to minimise these uncertainties, sampling should be done according to recognised
protocols (e.g. EN 689) and measurements should preferably be made following good laboratory
practice.

Selection of data

Uncertainties can arise as a result of the method by which measurements are selected for
inclusion in the data set, particularly if data are pooled before being sent to the assessor. The
pooling of measurement data could, for example, lead to a non-homogeneous small data set
relating to a highly exposed group of workers and a large data set relating to less exposed groups
being amalgamated. When calculating a 90™ percentile of these pooled data, the highly exposed
group might not be represented. The variation in the spread of data generated by such a selection
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mechanism and by non-transparent pooling of data is likely to be greatly increased as compared
with a random or stratified sampling strategy.

The uncertainty due to the selection of measurement data is reduced if complete data sets are
submitted to the assessor, together with sufficient detailed information. In this way, the assessor
can sort out data not representing normal but accidental situations. If measurement data are
pooled, it should be done in a transparent way.

The data sets received by assessors (mainly from industry) are often small and from diverse
sources. For small sets of data points the question of statistical sampling uncertainties only arises
if the data are used to estimate properties (e.g. the median or the 90" percentile) of some notional
population of occupational hygiene measurements. The smaller the number of observations, the
larger the uncertainties associated with any inferences that may be derived from them. However,
aside from a few of the more common chemicals where many data are held, most of the data
received are in small data sets, and less than 12 data points are not uncommon.

It is questionable as to whether or not the data received from industry should be viewed as being
representative of the population of all possible hygiene measurements. It depends on the
qualitative information provided by industry. This again will affect the interpretation of any
inferences made from the sample data set. The most relevant question to ask is whether the data
obtained are appropriate for the purposes of deriving inferences for exposure assessments. It is
also important to ensure that the available data are not over-interpreted.

Uncertainties associated with modelled data

In general terms two types of models can be used to predict exposures in the workplace. These
are empirical/knowledge-based models and mathematical mechanistic models. Both approaches
lead, in general, to more or less uncertain results.

For mathematical mechanistic models, the sources of uncertainty can be classified into three
groups (US EPA, 1997):

. input parameter uncertainty. Input parameters are uncertain for the following reasons:
variability or errors in measurement or sampling of data;

. scenario uncertainty. Scenario uncertainty includes uncertainties resulting from false or
incomplete information, such as description, aggregation, judgement or an incomplete
analysis; and

« model uncertainty. Due to lack of knowledge or errors in modelling and integrated
relationships the structure of the model (i.e. the model in respect of the mathematical
expressions of its hypothetical relationships) can also be uncertain.

Even if the sources of uncertainty are identified the various uncertainty contributions need to be
determined quantitatively. One way is to predict point estimates by varying a parameter of a
certain exposure scenario (“what if” analysis). The deviations between different scenarios can
then be characterised by orders of magnitudes. This approach is especially useful as a means to
provide screening for uncertainties.

The second way to perform a quantitative analysis of uncertainties is based on probabilistic
techniques (Fehrenbacher and Hummel, 1996). Using a probabilistic technique (e.g. Monte-
Carlo simulation), simultaneous uncertainties in the model inputs can be propagated through the
model to determine their combined effect on model outputs. This yields a quantitative insight
into both, the possible range and the relative likelihood for model outputs. Another purpose of
probabilistic analysis is to measure the potential importance of model inputs as contributors to
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the variation in the model outputs. Such a sensitivity analysis can provide insight into whether a
real world system is sensitive to perturbations of some of its components or processes, assuming
that such relationships are adequately represented in the model. This allows a ranking of the
input parameters concerning their contribution to the overall uncertainty.

While the uncertainties of the input of mathematical mechanistic models can be handled
quantitatively in a relatively stringent way the situation for empirical/knowledge-based models is
somewhat different. Firstly, it is important to note that parameter and scenario uncertainty do
also play an important role in the uncertainty analysis of empirical models. The model structure
of an empirical model is not in the form of equations. Therefore, errors in the equations that are
important errors in mechanistic models will not occur. However, the model structure of an
empirical model can also be flawed, e.g. when an important parameter is not considered in the
model, or the influence of a parameter is substantially over- or underestimated.
Empirical/knowledge-based models are based on analogy considerations, i.e. using input
parameters that are precisely defined, which then allow real scenario data to be linked to model
scenarios. Since input parameters can be both quantitative (e.g. vapour pressure) and/or
qualitative (e.g. use pattern) the uncertainty of the model input cannot be evaluated quantitatively
in a stringent way. The uncertainties of qualitative input parameters and of the logical structure
of the model can in general only be discussed qualitatively by addressing the following
questions:

. do the exposure scenarios to be assessed provide sufficient reliable information that can be
used to apply the deciding factors of the model?
« what are the underlying assumptions if gaps of knowledge have to be bridged?

When discussing the questions outlined above the assessor will in general come to a decision
whether the output of the model can be used for the exposure assessment or should be rejected
due to uncertainties of the model input. It is important to note that the discussion so far has been
aimed at the possible uncertainties of the input parameters of empirical models. Another aspect
of uncertainty is related to the models outcome and can be addressed by the question:

« do the model predictions correspond to independent monitoring and experimental data?

The assessor is often not able to answer this question precisely but it should be considered if
reliable monitoring data are available.

Assessment uncertainties

In the assessment of exposure, all uncertainties described in the sections above can contribute to
the overall uncertainty of the level of exposure. The uncertainty is even higher if data relating to
similar workplaces are aggregated together. Generally, the uncertainty is higher, the less data and
information are available, for instance, if information is available only from one company. In
such situations, requests for additional measurement data should be considered.

If any of the sources of uncertainty are ignored, or at least some indication of their likely impact
on the final assessments are not given, this will lead to assessments which will have spurious
precision and accuracy associated with them. All of these uncertainties and errors need to be
considered alongside those uncertainties related to the interpretation of the toxicology data in the
process of risk assessment.
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Therefore, it can be concluded that the analysis of uncertainty is an essential part of any exposure
assessment, because it provides an important insight into the results and may detect weaknesses
of the models. This in turn should lead to a more informed interpretation of the results.

2.2.2.8 Exposure assessment for mixtures

For the purposes of the risk assessment of new and existing substances it needs to be recognised
that it can be either single substances, or single substances that are part of mixtures, or single
CAS numbers that are mixtures that are being assessed. Therefore it is vital that the assessor
clearly describe what is being assessed in any individual scenario. Where measured data are
reported it also needs to be made clear exactly what has been measured and how it relates to the
substance/s under assessment.

2.2.2.9 Particular exposure scenarios

Cleaning and maintenance of whole premises “plant stop”

There are exposure scenarios that are not generally assessed within the framework of existing
substances. These are the large scale cleaning and maintenance of chemical facilities (so-called
“plant stops”) and the cleaning and maintenance activities in enclosed spaces, such as silos,
storage tanks, largely closed mixers, etc.

It is generally recognized that in these scenarios risks for workers will occur. There are also
indications from limited studies that relatively high exposure levels can occur. Exposure
reduction depends heavily on the proper use of adequate PPE. However, proper methods of
assessing the exposure in these situations are lacking. Exposure depends to a large extent on the
level of contamination of the installation and equipment after purging and flushing. This level of
contamination is highly variable and at present unpredictable. Therefore, exposure modelling of
these situations is not possible. Due to the lack of useful assessment methods and the general
reliance on PPE an assessment of risks in these situations is hardly possible and therefore not
very meaningful. Only if detailed information on the process or the substance under
consideration or proper measured data are available, the scenario should be described and
assessed. If not, it should be mentioned in the text but without a detailed description. The
possible high exposure levels should be described qualitatively. This information should be
transferred through the risk characterisation to the risk reduction strategy meeting. For several
substances, e.g. those with acute effects and for carcinogenic, mutagenic and reprotoxic (CMR)
substances, it might be concluded that there is concern for these situations.

Note that small-scale (daily) activities related to cleaning and maintenance of (chemical)
production facilities or facilities using the chemical to produce products should be assessed
under the relevant scenario. Such activities are e.g. changing of filters in systems, repair of
pumps and flanges, work on enclosed spaces from the outside (without entering). These activities
should generally be done by either maintenance personnel of the facility or by contractors that
are regularly working at the site.

Closed system intermediates

The revised version of Council Directive 2001/59/EEC (Annex VII A, VIIB and VIII) will allow
a supply-tonnage-related reduced test package for new chemicals that qualify the substances as
closed system intermediates. Regarding the conditions under which a reduced test package
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would be acceptable it is important to note that the conditions are not defined on the basis of
quantitative exposure levels but in terms of the technical specifications of the closed system
under consideration. That is, exposure of workers is regarded as negligible under routine
conditions if the substance is solely handled as an intermediate in closed systems with strict
technical specifications. In principle there are the following definitions and exposure criteria:

. the substance is an intermediate which is solely manufactured and used for chemical
processing. Monomers are excluded. When processed, the substance is “fully” transformed
into chemically different molecules, not being polymers;

. the substance is restricted to a maximum number of 3 sites. For example, it may be
manufactured by one company and then transported to another for processing;

. the supply to the enterprise which uses the intermediate for further processing should be
direct and should not be through a third party in the EU;

. the substance must be rigorously contained by technical means during it’s whole lifecycle.
This includes production, transportation, purification, cleaning and maintenance, sampling,
analysis, loading and unloading equipment/vessels, waste disposal/purification and storage.
In general, an appropriate process would have all functional elements of the plant, such as
filling ports, emptying equipment etc., either of a closed construction type with assured
leakproofness or of a closed construction type with integrated exhaust ventilation;

. in case of cleaning and maintenance works special procedures such as purging and washing
must be applied before the system is opened or entered, and

. the notifier must monitor all users to ensure compliance with the conditions listed above.

In practice the notifier performs the assessment of a plant by means of a so-called assessment
index as explained in Directive 2001/59 (28" ATP of Directive 67/548). Systems are regarded as
closed if all functional elements correspond to the assessment index 0.5. To facilitate the
classification of a system by giving examples the Annex VII B contains a collection of closed
(indicated by 0.5) and non-closed (indicated by 1, 2, 4) functional elements. The assessment of a
plant can easily be done by checking each functional element against the technical requirements
as laid down in the collection of examples.

To enable the Competent Authority to make a decision as to whether rigorous containment is
achieved or not, the notifier must supply a statement as for the effectiveness of the containment
in terms of assessment indices. The notifier is not requested to provide details of the integrity of
every seal or efficiency of integrated exhaust ventilation. However, whatever means are used to
achieve rigorous containment of the process it is important that the information is available, if
needed, to verify that the assertions made for achievement of control are true.

2.2.2.10 Vulnerable groups

In occupational exposure assessments special consideration is not usually given to vulnerable
groups. The assumption is made that two generally recognised vulnerable groups, children and
elderly people, will not form part of the workforce. Other potentially vulnerable groups may be
women (e.g. for some reprotoxic effects) or workers with specific vulnerability to certain types
of effects, e.g. asthmatics. It is expected that exposure in general will not be determined by the
vulnerability of the workers. On the other hand, “healthy worker selection” may occur and
therefore result in vulnerable workers being underrepresented in specific situations. Since the
exposure is estimated on an ‘“as-is” basis, the estimate should not depend on the presence or
absence of vulnerable groups in the workforce. The potential bias caused by the “healthy worker
effect” should be considered in the hazard assessment if human data are assessed. The potential
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differences in risks for vulnerable groups or non-vulnerable groups should be discussed in the
risk characterisation part of the Risk Assessment Report

2.2.3 Information requirements for workplace exposure assessment

To assist in the interpretation of measured data, or in the generation of modelled data, high
quality information on the processes in which the substances are used is required. It will enable
exposures to be characterised sufficiently in order that a best estimate of exposure via all routes
is obtained. For this purpose, certain core information requirements have been defined in
Figure 1. These should be sought and incorporated into any exposure assessment, regardless of
whether or not there are supporting measured data available. In addition, guidance on
requirements for the analysis and presentation of measured exposure data and in the use of
modelled data is provided.

For new substances, measured exposure data will necessarily be few. Some may be available
from pilot plants and other developmental work. Alternatively, as with existing substances, some
data may also be available for analogous/surrogate substances. The assessor will need to place
appropriate weighting on this information. Although it is unlikely that measured data will be
available, assessors still need to have all of the descriptive data in order that exposure models can
be used.

Figure 1, below, identifies the information requirements necessary for workplace exposure
assessment, in order to ensure that the exposure information is sufficient for it to be reliably
interpreted. This information is considered to comprise the minimum necessary to ensure it is
both representative of the conditions it was collected in and of sufficient quality to ensure its
reliability. Where incomplete, or no information is sent to the assessors, judgements will have to
be made to assess the usefulness of the information received. This may lead to the information
being excluded from the assessment because of uncertainty as to its validity. Other information,
e.g. peak exposure measurements, may be useful and should be included in the risk assessment
report where available.

This information forms the basis for the assessor to evaluate the data and to assess exposure for
each relevant scenario. Information and data on exposure relating to downstream users, who are
not obliged to provide information, are very limited. However, Figure 1 would be useful if
downstream users or associations of such users contribute to the exposure assessment of existing
substances.
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General — Each company to provide information on:

an indication of the size of establishment(s) involved in the manufacture or processing of the substance, or use of
products containing the substance;

where is the substance used? (including description of processes, activities and products);

the composition of mixtures, formulations and products (including approximate percentages);

how the substance is used (including description of work activities leading to exposure, quantities used and
approximate percentage in process materials and finished products);

the form in which the substance is handled (e.g. powder, pellets, liquid);

how many people are involved in the work activity involving potential exposure;

the nature of exposure (including description of tasks, approximate frequency and duration of tasks, duration and
frequency of exposures) and

what control measure (technical/personal) are used when relevant exposure activities are carried out;

information to show that any personal protective equipment (PPE) used is suitable, is used as a last resort and that
appropriate management systems are in place to ensure that the PPE is used correctly.

Core information on measured data

Where quantitative exposure measurements are available, then these should be capable of being linked to the above core
requirements. The information should include:

raw data reflecting personal exposures (comprising single data points) listing: measured concentration; units of
concentration; sample duration; duration and frequency of relevant exposures; sampling and analytical methods;
where necessary, annotations explaining apparent anomalies. Data may be anonymous as information on individual
or company names is not necessary. Data should cover personal exposures over the working shift and/or describe
short-term and/or peak exposures where acute hazards exist and/or where major tasks are undertaken which could
give rise to significant exposure. Data collected using static samplers should only be used in assessment if there is
sufficient information provided to demonstrate that they reflect personal exposures. Samples should be taken at
breathing zone height and in the immediate vicinity of workers. If there is a large quantity of data available pooled and
statistically evaluated data may be sent provided that the methods used to do this are made clear. The raw data
should be available for the assessor to see if needed.

generally, at least 12 data points would be required to adequately describe the exposure of a work activity within one
company. However, it should be noted that data from one company might not be representative of an industrial sector.
quality assurance information providing evidence that data have been collected and analysed according to
recognised protocols and methods. This might include satisfactory performance within appropriate inter-laboratory
quality assurance schemes and a description of the sampling strategy.

details that enable the reliability and representativeness of the data to be assessed. This includes considerations
such as:

— when and why it was obtained?

—  what were conditions at the time, e.g. normal or abnormal?

— were the data collected according to defined sampling strategies e.g. EN 689

— do the data reflect past or present practice within the industry?

— do the data reflect conditions in one company or is it representative of the industry?

Figure 1 Core information requirements for exposure assessment
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224 Inhalation exposure assessment

In an occupational context, exposure is usually assessed based on external exposure, i.e. the
available dose. For inhalation exposure the amount inhaled is represented by the airborne
concentration of the substance in the person’s breathing zone. Exactly how much a person
absorbs into the body will be affected by a number of factors including; the physical state of the
substance, the health status of the individual and the rate at which they are working. This is
considered at the risk characterisation stage. It is important to remember that the air monitoring
data/model predictions used in these exposure assessments are for external dose and not the
biologically available dose.

2.2.4.1 Measured data

Measured inhalation exposure data should be representative of exposure over the sampling
period. In addition, the data should be capable of properly representing exposure throughout the
whole of the time-weighted-average reference period (normally 8-hour). Ideally, in order that
data can be viewed as being representative for the workplace/company, they should be collected
using randomised sampling strategies. Information collected using non-random strategies e.g.
worst-case sampling as part of a compliance programme, will be biased, for the purposes of this
risk assessment. Whilst such data can be useful in describing some exposure scenarios, it should
only be used if sufficient contextual information is available. The bias in the data should be
acknowledged. Any significant bias within the data should be capable of identification, at least in
qualitative terms, and dealt with where appropriate. Bias alone should not exclude data from
consideration; e.g. the removal of high-end exposures due to leaks, spills, etc. It should be
identified and acknowledged.

In all cases, data should have been obtained using suitable validated sampling and analytical
methods.

Analysis of measured data

The quality of exposure information and its applicability to the assessment process requires
careful evaluation before it is incorporated into an exposure assessment. This evaluation should
always be carried out using the application of occupational hygiene expertise, rather than
applying simple conventions or the rigid use of statistical methods. For example, account will
normally need to be taken of the conditions under which the information has been collected, in
order to establish how representative this information is, and hence the relevance and weight it
will have within the exposure assessment process. Information collected when processes go
wrong may not be truly representative of routine operations, even though the data may be used to
draw other conclusions on a variety of conditions. Conversely, large quantities of information
collected on a substance from the routine operation of process plant will almost certainly not
represent many downstream uses of the same substance.

In any analysis of occupational exposure information, the following basic considerations should
be applied:

« a clear description of task/activity or process that is being addressed should be given,
together with the relevance that it has within the EU. This will include information that
clearly indicates which source(s) of information have been used for which purposes and why
they have been chosen (and, if applicable others excluded);
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workplace exposure information that is included for the purposes of exposure assessment
should be of a suitable quality. It should be collected and analysed according to recognised
European norms (e.g. EN 689) and provided in a form that enables it to be assessed,
analysed and presented in a manner that ensures clarity and traceability. All data should be
both reliable and representative of the circumstances it is intended to describe. It is
important for the assessor to be able to distinguish between data from a single company and
pooled data from a number of companies in order that the representativeness of the data can
be established;

individual sets of raw data supporting single data points are the preferred starting point for
any exposure assessment. These data points should be supported by core information, i.e. as
outlined in Figure 1;

the information contained in Figure 1 identifies the core elements that are likely to be
required in order that modelled estimates of exposure can be effectively determined for any
given sector/activity. In some instances, statistical information describing sets of measured
exposure data may also be useful, both as an adjunct to, or in lieu of individual data points;
measured exposure data should reflect the personal exposures of the workers and should
seek to describe, as a minimum, time weighted exposure over the working shift. Data may
also be representative of task specific sampling. Where possible, this information should be
supported by exposure information and data that describe the exposures representative of
short-term tasks/operations, particularly those where elevated exposures may be anticipated.
This is usually achieved by personal sampling. Data collected using static samplers should
only be used to assess exposure if the results make it possible to assess exposure to the
worker. Appropriate static samples should be taken at breathing zone height and in the
immediate vicinity of the workers;

where statistical interpretation of available measured data is attempted, then at least 12 data
points should be available for specific tasks that are representative of a specific job type,
activity or sector, e.g. loading or discharging the substance for a particular defined set of
control conditions. The choice of 12 data points as the minimum required for statistical
interpretation was a pragmatic one based on knowledge of the likely amounts of data
available and the judgement of the authors. As well as statistical evaluation of the data,
expert judgement is needed to draw conclusions on the representativeness of the data
provided. Where less than 12 data points are available the quantitative information may help
characterise any uncertainties, although there will be a need to supplement this with
modelled estimates of exposure;

measured data, from analogous substances relating to similar exposure scenarios can be
pooled with data relating to the substance under assessment if deemed appropriate by the
assessor. The assumptions used and judgements made should be fully and clearly described;
data at the extremes of any set of exposure measurements should be treated consistently and
transparently. For example, in the case of “non-detectable” data points, these should be
reported and statistically assessed using a value of half of the detection limit. It is
acknowlegded that this simple substitution method has little theoretical basis but rather it
should be seen as a pragmatic approach to this type of data. It often performs well and has
the advantage of being simple to use. The detection limit and the sampling time should be
stated. All high-end exposures should be included in reported data unless clearly stated
reasons are given to the contrary;

suitable and appropriate expert judgement should be applied when interpreting exposure
information, including the statistical evaluation of quantitative exposure measurements. All
judgements made should be clearly and concisely explained. This is likely to include the use
of suitably qualified occupational hygiene personnel.
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Measured data presentation

For each scenario that the exposure assessment is intended to describe, information should be
provided which details the number of samples, the number of facilities in which exposure
measurements were carried out, exposure range, and median and 90" percentile value. The
information should be in a form that ensures any need for data confidentiality is respected. In
order that data analysis is consistent with normal quality assurance principles, the basis for the
choice behind underlying assumptions and calculations should be provided. Graphical
interpretations of the data are not necessary, but can be helpful in its interpretation by those
without specific expertise.

2.2.4.2 Modelled data

Interpretation of the EASE inhalation model

The EASE model generates its output as a range of concentrations for continuous exposure at the
process under consideration. The initial use of full-shift exposure information to develop the
model was modified somewhat by the application of expert judgement. Knowledge that is based
on a broad range of experience cannot easily take into consideration the detail of work patterns.
As experience with using EASE has grown, it seems that the model output indicates exposure
that occurs at the task itself. Some defaults for EASE use for inhalation exposures in common
industrial activities are given in Appendix [ D.

EASE outputs can be used as an assessment outcome by themselves, or they can be used to
construct time-weighted averages for any observed pattern of work. However, as this procedure
is based on pragmatic interpretation of the model rather than scientific rigour, the results it
produces should be regarded with caution. Work is currently under way to collect more
information on short-term exposures. When available this information will be incorporated into
any revision of EASE.

Where there is likely to be exposure to both dust and vapour, EASE can be used to predict
exposures for each physical state and subsequently added together to give the overall exposure
range.

As it currently stands EASE cannot be used to predict inhalation exposures during:

. spray painting;

. welding;

« soldering;

«  processes which lead to the formation of mists and
. for substances released as decomposition products.

2.2.4.3 Mixtures

The measured data used to derive the ranges in the EASE model were collected in workplaces
where the substance measured was often only one component of the materials in use. Some
substances are in fact always measured as mixtures, for example, oil mist or foundry particulate.
Nevertheless, it was assumed for the purposes of the model that measured data could be treated
as if the source was the pure substance. If a substance is supplied as or used in a mixture and
relevant data on how the mixture might become airborne are not available, a simple approach
would be to reduce the estimated exposure by a factor equivalent to the concentration of the
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substance in the mixture. Other approaches have been used, notably multiplying the vapour
pressure of the substance by its proportion in the mixture, to produce a revised vapour pressure
which is then input to EASE. Where appropriate, information on the composition of formulations
is needed in order to calculate the vapour pressure

Although there is no rigorous scientific basis for any of these approaches, and they do not always
give the same results, they have the benefit of simplicity, and can be regarded as first-order
approximations. Appendix I G gives an assessment of partial vapour pressure for components in
multi-substance preparations as well as a possible method for calculating exposure and a
reference to a computer based tool for the calculation.

2.2.4.4 Assessment when respiratory protective equipment is used

Health and safety legislation requires that respiratory protective equipment (RPE) should be the
last option for controlling inhalation exposure to hazardous substances. RPE can only protect the
wearer, whilst other control measures, e.g. local exhaust ventilation (LEV), protect everyone by
preventing the substance entering the atmosphere of the workplace. Also if RPE is used
incorrectly or badly maintained the wearer may receive little or no protection. No form of RPE
provides complete protection against exposure; there is always some actual or potential leakage
of a substance through or around RPE and into the breathing zone of the wearer. All of these
factors need to be taken into account when assessing inhalation exposure when RPE is used.

Several groups have presented “Assigned Protection Factors” (APF) for respiratory protective
equipment, for example the British Standard BS 4275. The assigned protection factor is defined
as the workplace level of respiratory protection that would be provided to 95% of wearers by
properly functioning RPE when correctly fitted by adequately trained and supervised workers. It
is derived from protection factors measured in real workplaces against real workplace
contaminants.

Exposure should always be assessed on the first instance for the unprotected worker and, if
appropriate, a second assessment, should be made taking RPE into account. The effects of using
RPE can only be taken into account if there is sufficient knowledge on the use and
appropriateness of RPE; i.e. the assessor is confident that for a particular scenario appropriate
RPE is worn by the vast majority of people exposed via inhalation. If there is confidence
regarding the use of appropriate RPE, it should be assumed that RPE is used consistently for the
relevant scenario and that reasonable procedures for fitting the RPE and cleaning and
maintenance of the equipment exist, unless clear evidence to the contrary is available.
Section 2.2.5.7 provides more detail on the criteria for establishing confidence in the appropriate
PPE for skin exposure. Similar criteria should be used for RPE. The exposure reducing effect of
the RPE in use can be made clear in the risk characterisation part of the risk assessment report. In
those cases, the APF, as given by BS 4275 for the relevant type of RPE, should be used to
calculate exposure with RPE from the exposure without RPE.

2.2.5 Dermal exposure assessment

Many of the factors which influence other forms of exposure, such as the way the job is done,
environmental conditions, and the human factors introduced by the interface between workplace
and operator, also influence the magnitude of potential dermal exposure. The variability in
potential dermal exposures is very large indeed and the more variables present to modify
exposure, the wider the distribution of results. Contamination will rarely be evenly distributed
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over the body. In some cases it will occur on areas well protected by personal protective
equipment (PPE), whereas in other cases the contamination may be directly onto the skin or even
beneath protective clothing. Knowledge of the distribution of contamination on the body may
lead to a more effective risk assessment. Ideally real representative exposure data should be used
to assess the health risks from dermal exposure.

Data are currently being generated to complete exposure profiles for a number of occupational
scenarios to enable a more acceptable and rigorous prediction of dermal exposure. This is being
achieved via the RISKOFDERM project which is being funded by the EU. One of the aims of
the project is to develop a validated predictive dermal exposure model, based on all relevant
approaches in the literature and theoretical considerations, as well as the detailed results obtained
in another part of the project.

The RISKOFDERM project started in February 2000 and will last for four years. Valuable
information on determinants and data for potential and actual dermal exposure will become
available throughout the life of the project. However, validated, predictive models will only
become available nearer the end of the project, in 2004. Until more information on dermal
exposure is available, an approach, including the use of analogy reasoning where possible and
using EASE if real exposure data are not available, is suggested here for assessing dermal
exposure. This approach is depicted in Figure 2 below and described in detail in Appendix I E.
Any new studies on dermal exposures, as well as knowledge gathered in the RISKOFDERM
project will be incorporated into this approach when available.

All dermal exposure models or approaches require the user to make decisions on the
categorisation of the exposure scenario in relation to dermal exposure. To make this type of
decision, i.e. to use the analogy approach, the analogy of the scenario must be critically
reviewed. Sufficient analogy is needed for the major potential exposure determinants:

. substance and product characteristics (e.g. dustiness, viscosity);
. percentage of substance in the product handled;

. tasks and activities; and

. frequency and duration of tasks and activities.
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Figure 2 Dermal exposure assessment scheme
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2.2.5.1 Measured data

The approach for dermal exposure is to use measured data for scenarios when they are available
(including use of analogy reasoning) and to use EASE or other appropriate models if measured
data on the scenario are not available. The general approach is given in Figure 2 and the Table
of Values for specific parameters in this approach are presented in Appendix I E. It should be
emphasised that the presentation and use of measured data for dermal exposure of the specific
substance in the specific scenario are much preferred to the use of any modelled data. The fact
that some model approaches do exist to quantify dermal exposure should not detract from
gathering better data, because all of the model approaches lead to highly uncertain results due to
the limited overall knowledge on dermal exposure.

Measured dermal exposure data should include information on: surface area sampled (cm?); mass
of contaminant (mg); mass per unit area (mg/cm?®); duration of sampling/exposure (minutes);
frequency of exposure (number of times per day that separate exposure situations occur, e.g.
number of batches produced per day); sampling method and the composition of any mixtures.
Supporting information should include details of workwear worn, including laundering and
personal hygiene.

2.2.5.2 Modelled data

The dermal exposure model used in EASE is a very simple one and is related to the US EPA
model. It is based on the available knowledge in 1993, when EASE was first developed, and
some detailed discussions among occupational hygienists in Health and Safety Executive (UK).
The model predictions are not derived from actual measured exposure data. Dermal exposure is
assumed to be uniform and is assessed as a potential exposure rate predominantly to the hands
and forearms (approximately 2,000 cm?). It is also assumed that dermal exposure to gases and
vapours is very low, that no personal protection of any sort is worn and that exposure depends
only upon actual contact with a contaminated article of surface.

The model addresses neither the impact of personal hygiene (such as hand washing) nor
evaporation or other types of loss from the skin (for example, through sweating or abrasion).

2.2.5.3 Corrosives

For the handling of corrosive substances and formulations, immediate dermal contacts occur
only occasionally (repeated daily dermal exposure can be neglected). For properly labelled
corrosives, therefore, it will not be necessary to assess the risk from dermal exposure. However,
it should be noted that this applies to corrosive properties only, and effects due to other
properties of the substance may need to be assessed. If, during the use of the corrosive substance
or formulation diluting/mixing occurs which results in a substance or formulation which has no
corrosive properties then dermal exposure should be taken into account, i.e. repeated dermal
exposure cannot be neglected.

2.2.5.4 Irritants

Contrary to the situation for corrosives, it should not be assumed that exposure to irritants will be
avoided as, although this may be the case for strong irritants, it may not hold for weak irritants.
The situation will need to be judged on a case-by-case basis.
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2.2.5.5 Evaporation rate

For highly volatile substances, dermal exposure is reduced because of the shortened retention
time of the substance on the skin. For example, using the equation given in Appendix I F, for a
substance with a vapour pressure of 21 kPa and a dermal exposure level of 1 mg/cm? the
evaporation time is calculated to 4 seconds (parameters calculations and examples are given in
Appendix I F).

This exposure reducing effect due to evaporation cannot be considered if workers have
continuous direct contact with the substance, e.g. dipping hands into the liquid substance.
Furthermore, for taking the fast evaporation of a substance into account, non-occlusive dermal
exposure has to be the predominant exposure situation. However, there are scenarios (e.g.
production and further processing in the chemical industry) for which the unhindered
evaporation of substances from the skin (or the protective clothes) is probable.

2.2.5.6 High temperatures

Dermal exposure in scenarios which include the handling of hot products (>60°C) does not need
to be assessed as dermal contacts are only likely to occur occasionally for very short periods.

2.2.5.7 Assessment when personal protective equipment is used

This section describes, when and how the effect of PPE on reducing exposure should be
considered in exposure assessment. The general lack of knowledge on quantitative and
qualitative aspects of dermal exposure, as well as the little available information on the manner
of use of gloves and other PPE and on their suitability, have led to repeated discussions on how
to assess dermal exposure and also, how to consider the protection afforded by suitable or
unsuitable gloves.

Exposure should always be assessed in the first instance for the unprotected worker and, if
appropriate, a second assessment, should be made taking PPE into account. A second assessment
taking PPE into account should only take place if:

« PPE is used regularly by a vast majority (90%) of workers in the vast majority (90%) of
facilities making or using the chemical and,
« the PPE used is suitable for that situation.

In order for the assessor to make this judgement industry should provide comprehensive
information:

. on the suitability of the PPE used (e.g. gloves: tested according to EN 374 for the substance
under consideration),

. to show that other methods of control are not sufficient or not reasonably practicable to
prevent exposure, i.e. that PPE is used as a “last resort”,

. to show that appropriate schemes are in place to manage the provision of suitable PPE,

. to show that the PPE is regularly maintained and cleaned and,

« to show that users of the PPE have been adequately trained in its use.

In the short term, default protection factors are proposed (see below). In the longer term, actual

protection factors or probabilistic modelling based on available penetration distribution data may
be necessary. It should be borne in mind, however, that human factors play a large part in
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determining the extent of skin contamination beneath PPE. Impermeable materials can even
promote skin exposure if adequate hygiene procedures are not followed.

European standards for protective clothing, including gloves, give information on the
fundamental suitability of the glove material and only little indication of the levels of the
protection that are afforded wearers in practice. Information on suitability for individual
substances and, especially, for mixtures of substances, is less than comprehensive and of variable
quality. Studies suggest that the spread of contaminants inside protective clothing, including
gloves, is commonplace and significant.

Studies on low volatility liquids indicate that the quantity of contamination inside gloves appears
to be independent of activity and the type of product used, but is dependent only on the time the
glove is worn (related to the number of times the gloves are put on and taken off). This is
probably because dermal contamination beneath gloves to low volatility liquids is not due to
permeation through the fabric of the glove, but due to contamination getting around the
protection, possibly from hands which are already contaminated. This may also be true for
protective overalls. Wearing gloves, or overalls, already contaminated inside, can result in very
high exposures. Practically no information is available for factors determining contamination
inside gloves and overalls from volatile liquids.

Until further data are available for the effectiveness of PPE, a pragmatic solution needs to be
adopted of selecting realistic default values for properly selected coveralls and gloves, say 90%
protection (=10% penetration), which can be revised as further evidence becomes available.
However, it is suggested that, in the longer term, at least for low volatility liquids, a default value
based on the time the gloves are worn would give a better prediction of hand contamination.
Also, studies suggest that, for protective coveralls, the default value for protection would depend
on the extent of the challenge. However, this information is not normally available to assessors
within the framework of the Existing Substances Regulation programme.

2.2.6 Biological monitoring

When available, biological monitoring data can be used within the exposure assessment. It can
add value to the exposure assessment process by providing information that enables a better
understanding of the nature and extent of exposure. Biological monitoring information serves as
an additional data point that helps to both better characterise exposure and further reduce the
uncertainty surrounding the effectiveness of control measures in the workplace. However,
biological monitoring information requires careful interpretation by experienced practitioners.

Where biological monitoring information is available, it should be used to help describe the
relevance of exposures in specific tasks or activities. This requires that the available data be
appropriately pooled. To provide a reliable estimate of exposure for any defined scenario
sufficient data points, to account for inter- and intra-individual variability, should be included
within any workgroup for which biological measurement is undertaken. It is expected that this
would contain at least 12-20 data points.

Sufficient information must be provided to show the relevance of the biological monitoring data
to the substance, jobs and/or tasks. The half-lives of substances measured by biological
monitoring can influence whether or not a measured result is representative of a day’s exposure
or a longer period. In some cases one sample at the end of the day is the appropriate sample,
whilst in other cases a full day pooled sample (24 hours) should be used. The proper sampling
methodology should also be used.
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Biological monitoring information reflects actual exposure, i.e. it indicates that exposure has
occurred and that absorption into the body has taken place. It often provides an important
indication of the effectiveness of control measures, including PPE. However, biological
monitoring information seldom indicates the primary route of exposure or the relative proportion
that different exposure routes contribute to total dose.

Hence, biological monitoring information should be seen as equivalent (i.e. as having neither
greater nor lesser importance) to other forms of exposure data e.g. airborne measurements.
Biological monitoring data must meet all of the same quality requirements that relate to other
forms of exposure information. That is, it must be of a high quality and representative of the
circumstances it is intended to describe. For a number of compounds, biological monitoring is
well established and described (in terms of methodology, analytical quality assurance and control
parameters and pharmacokinetics). For the majority of chemicals however, methodology is still
under development and essential features, such as quality control standards and programmes are
lacking.

It should also be remembered that biological monitoring results reflect an individuals total
exposure to that substance from any relevant route, i.e. from consumer products, and/or from the
environment and not just occupational exposure.

2.2.7 Exposure levels taken forward to risk characterisation

The exposure assessment is carried out through an evaluation of different scenarios. Once the
scenarios are described, a quantitative estimation of exposure should be provided. There are two
endpoints of the scenario evaluation, the Reasonable Worst-Case (RWC) exposure level and the
typical exposure level for each particular scenario and each relevant exposure route. These levels
should be representative of the scenario described.

2.2.7.1 Uncertainty

In Section 2.2.2.5 the various uncertainties relating to occupational exposure assessment were
discussed. These are:

. measurement uncertainties (including those arising from the physical sampling process);
« selection of measurement results;

« uncertainties of model results; and

. assessment uncertainties.

If any of the sources of uncertainty or variability are ignored or at least some indication of their
likely impact on the final assessment are not given, this will lead to assessments which will have
spurious precision and accuracy associated with them. All of these uncertainties and variabilities
need to be considered alongside those uncertainties related to the interpretation of the toxicology
data in the process of risk assessment.

2.2.7.2 Short-term sampling data

For some substances acute health effects will be of importance. In order to provide a relevant
estimate of exposure the assessor should request short-term sampling data from industry. This
should not be confused with measurement of exposure peaks, which is not often carried out and
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therefore data reflecting this are hard to obtain. If such data are available they should be
evaluated in the same way as described in Section 2.2.4. Where the data are of sufficient quality
and reliability they should be used to provide a reasonable worst case and typical value for short-
term exposure.

EASE outputs can be used as an assessment outcome by themselves, or they can be used to
construct time-weighted averages for any observed pattern of work. However, as this procedure
is based on pragmatic interpretation of the model rather than scientific rigour, the results it
produces should be regarded with caution. Work is currently under way to collect more
information on short-term exposures.

2.2.7.3 Particle size

Where exposure is to dusts, an indication of the particle size distribution should be provided,
where available. This information is useful for the estimation of uptake through inhalation,
because the uptake may depend on the deposition pattern in the airways. This deposition pattern
in turn depends on the particle size distribution. The percentage of respirable particles is
especially relevant and also the possible exposure to ultrafine particles (<0.1 pm). As a minimum
the size selection characteristics of the sampling methods used should be provided, for measured
data on dusts. It is vital to know whether inspirable dust or respirable dust is measured.

2.2.7.4 Type of air sampling data

Personal sampling data, taken by validated methods and using appropriate sampling strategies, is
preferred for use in exposure assessment. However, static sampling data, taken using appropriate
sampling strategies and thus reflecting personal exposure can also be used. Provided that there is
sufficient information supplied which will enable the assessor to know how they relate to worker
exposure. The static samples should be taken at breathing zone height in the immediate vicinity
of the worker.

2.2.7.5 Biological monitoring data

For biological monitoring data a number of parameters should at least be mentioned. These
include the exact parameter measured, the sampling strategy (e.g. spot sample at the end of the
working day, or 24 hour sample), the biological half-time of the measured substance and any
information that may help the interpretation of the data. Biological monitoring data should be
presented with the same core information as data on inhalation or dermal exposure to enable
proper interpretation of the outcome in relation to working conditions. Where available,
established relations between biological monitoring levels and inhalation (or dermal) exposure
levels should be presented. A clear discussion of the meaning of the biological monitoring data
in relation to inhalation and dermal exposure levels, exposure duration and possible health
outcomes should be provided.

2.2.7.6 Reasonable worst-case scenario

The reasonable worst case is regarded as the level of exposure which is exceeded in a small
percentage of cases over the whole spectrum of likely circumstances of use for that particular
scenario. It excludes extreme use or misuse but can include the upper end of normal use as it is
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recognised that control of exposure may be poor or non-existent. Exposure which results from
accidents, malfunction or deliberate misuse should not be addressed. Cleaning and maintenance,
if carried out regularly and frequently, should be included in normal use.

Expert judgement is needed to define the circumstances that can be assumed as part of a
reasonable worst-case scenario, in order to avoid the exposure estimate being grossly
exaggerated. Measured or modelled data, and/or data from analogues can be used to derive a
reasonable worst-case exposure level. In analysing measured and modelled exposure data, some
degree of interpretation and expert judgement is needed.

To decide the reasonable worst case, all measured data sets and qualifying information gathered
for a particular scenario should be considered. Since the aim is the identification of highly
exposed workers, the aim is to try to approximate to the 90™ percentile values.

When the data set is small, values near the highest end of the concentration range should be used,
to ensure that highly exposed workers are represented. In this case, critical evaluation of outliers,
to determine whether or not they should be excluded, becomes essential to avoid an unrealistic
estimation. For instance, an outlying result could have been the consequence of an error in the
collection of samples. If this information is not known or not considered and the value is taken
into account in the exposure assessment, the exposure would be seriously overestimated. In cases
where the uncertainty in the estimation is high, the conclusion that there is a need for further
information is fully justified.

If possible, it would be useful to also include a reasonable worst-case exposure level for short-
term exposures.

2.2.7.7 Typical values

Typical exposure is an estimate of the approximate location of the median levels of exposure
over the whole spectrum of likely circumstances of use for each scenario. It may be indicated by
the central tendency of measured data which can be qualified using expert occupational hygiene
opinion and expert knowledge of the process. If few good quality measured data are available
expert knowledge and opinion will essentially determine the estimate of typical exposure.

The aim of providing typical values in the exposure assessment is to provide relevant
information to aid risk managers in their decisions relating to the choice of appropriate risk
reduction measures.

2.2.7.8 Criteria for determining reasonable worst case and typical values

The representativity and reliability of these data should be evaluated according to the principles
established in Section 2.2. A combination of quality exposure data and professional judgement
should go together in the derivation of the reasonable worst case and typical exposure levels.
This estimation is best carried out by the application of occupational hygiene expertise rather
than by a rigid application of statistical methods.
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Measured data

In the evaluation of exposure data, and in order to decide on the reasonable worst case and
typical exposure levels, the following should be taken into account:

. more weight should be given to the more complete and recent set of data but without
omitting the rest. Old data sets should not be rejected without evaluation because they are
also informative. This information is particularly important if the technological methods
have not suffered an important change;

« outliers should not be eliminated from the analysis without a critical evaluation. When a data
set includes an abnormally high result, an explanation of the reasons for such a high value
should be provided. This clarification is necessary to know whether or not it should be
considered in the decision of the reasonable worst-case exposure value;

. in general, data revealed as low quality data should not be used, but sometimes they are the
only available measured data and in that case some information can be drawn from them;

. measurements are often sampled using a worst-case strategy. This type of sampling strategy
only covers exposure episodes in the higher range. A similar situation occurs if the data
where gathered for enforcement purposes, since they could represent an extreme situation.
These facts should be taken into account in the assessment;

« it is possible that the measured data do not reflect the full range of activities within a
scenario. For instance, when a closed system is being evaluated, it might happen that
activities leading to highest exposures such as sampling, filling and maintenance would not
be covered by a data set that only includes plant operators. Therefore, these measurements
are not representative and cannot be used to derive the reasonable worst case and typical
estimates.

When quality measured data are not available for a particular scenario, it may be possible to
extrapolate from data from analogues. Due to the extrapolation process, the uncertainty in the
estimation will increase. To make this uncertainty as low as possible, data from analogues could
be used assuming the following requirements:

« quality analogous data are available,
. differences between the substance and the analogue are small and,
« the process from which data come from is similar to the assessed process.

Obviously, expert judgement becomes an important component in this extrapolation process.

Modelled data

Modelled exposure data are often obtained from the EASE model. Exposure depends on the
physical properties of the substance, processes involved and the measures of control in place.
Professional judgement and experience is needed both to introduce input values and to interpret
outputs. For instance, different patterns of control (e.g. LEV and dilution ventilation) could be
used in different companies that use the substance in the same way. In these cases, it should be
assumed the least effective control (e.g. dilution ventilation) as an input parameter in order to
approximate to the reasonable worst case.

EASE provides results as ranges of exposure. As stated before, in order to decide the reasonable
worst case and typical exposure levels from the exposure range, information is needed about the
process, how the exposure takes place, the duration and frequency of exposure. EASE predicts
on the basis of exposure to the pure substance and allows for estimates to be corrected where the
substance of interest is present only as a proportion of the formulation in use. Consequently, this
information should be used in the derivation of the reasonable worst case and typical exposures.

61



EXPOSURE ASSESSMENT

EASE results are independent of the amount of substance used. It would be advisable to consider
this aspect when making decisions, for instance, if a low quantity is involved the exposure level
can pragmatically be assessed as being towards the bottom of the range. A high amount of
substance would correspond with the highest part of the range.

Dermal exposure is assumed to be uniform and it is assessed by EASE as the potential dose rate
predominantly to the hands and forearms (approximately 2,000 cm?). Since it is unreasonable to
assume that in some tasks, the whole hands and forearms surface would be covered of chemical,
an estimate (in percentage terms) of the likely exposed surfaces should be provided in order to
make a more meaningful estimation.

2.2.8 Workplace exposure assessment rating criteria

Table 1 shows a scheme for evaluating the usefulness and appropriateness of available exposure
data and information in order to determine both reasonable worst case and typical exposure
values. The aim of these criteria is to enhance the confidence with which data can be used. In
Table 1, the conclusion that there is a need for more information is suggested if the basis for the
exposure assessment is very poor. However, if industry is not able to provide any further
information which would lead to clarification then the assessment should proceed as if no
information is available.
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Table1  Workplace exposure assessment rating criteria

Data characteristics

Comments & interpretation

Actual data of high quality e.g. personal exposure data
(including that obtained by biological monitoring) that are
representative of the scenario being described; which have been
collected and analysed according to recognised (e.g. CEN or
equivalent) protocols; and that are available as sets of raw data
supported by information of key exposure determinants.

This form of data is likely to enable a decision whether or not
there is concern dependent on the MOS. Unless key activities
are not covered by data of this type, a conclusion that there is a
need for more information is unlikely to be necessary.

Data confidence is high and this should impact the interpretation
of the MOS at the RC stage of the risk assessment.

Analogous/surrogate data of a similar quality to the above and
which describe exposures that derive either from:

- Other substances having similar exposure characteristics (e.g.
volatility, dustiness), or

- Other comparable activities considered likely to provide a
reliable estimate of exposure for the scenario in question.

Actual data of intermediate quality e.g. data that have been
consolidated and where only basic statistics are available to
support them; where data have been obtained using non-
standard protocols; where data cannot be described as being
fully representative of the scenario; obtained from static
sampling which can be shown to reasonably represent personal
exposures, etc.

This form of data is likely to enable a decision whether or not
there is concern dependent on the MOS. A conclusion that there
is a need for more information may be more appropriate when
the MOS is borderline.

Data confidence is good and this should positively affect the
interpretation of the MOS at the RC stage.

Predicted exposures derived from suitable models and using
input criteria/values that are relevant for the scenario and are
derived from accepted EU sources.

Actual data of lesser quality e.g. where data are only available
from compliance monitoring or static sampling; where limited
information on key exposure determinants are available.

Surrogate data of intermediate quality e.g. conforming to the
definition for actual data contained in above, but where only
basic statistics are available to support them or where data
points may be insufficient to suggest representativeness.

To reflect the increased uncertainty of data, should yield the
conclusion that there is no concern if associated MOS are
correspondingly higher. The conclusion that there is concern
may be appropriate when the MOS is low. Where moderate
MOS are present, the conclusion that there is a need for more
information is likely to be more appropriate.

Data confidence remains acceptable, particularly when the
exposure assessment is derived from an extensive range of
sources.

Exposure data derived from compliance monitoring are often
biased towards reflecting high-end exposures. This in-built bias
should be accounted for at the RC stage.

Exposure data arising from sources not addressed in any of the
above classes. For example, this may include data obtained
from non-appropriate static sampling; circumstances when input
data for models are inadequately defined; some biological
monitoring data which have been used to predict airborne
exposure levels.

Cannot be used to reach the conclusion that there is no concern.
The conclusion that there is a need for more information is the
preferred default. The conclusion that there is concern may be
indicated only in exceptional circumstances.

Data confidence is questionable and these data alone cannot
usefully be used to describe risk. However, such data can be
useful in helping to interpret those scenarios where some
exposure data may be deficient and in guiding decisions on the
nature of gap filling.

MOS = margin of safety
RC =risk characterisation

63



EXPOSURE ASSESSMENT

2.3 CONSUMER EXPOSURE ASSESSMENT

2.3.1 Introduction

The objective of this section is to describe an efficient, step-wise and iterative procedure for the
assessment of consumer exposure to both existing and new substances.

The consumer, i.e. a member of the general public who may be of any age, either sex, and in any
stage of health, may be exposed to a new or existing substance by using consumer products. A
consumer product is in general regarded as a product that can be purchased from retail outlets by
members of the general public. It can be the substance itself, or a preparation, or an article
containing the substance. Consideration of consumer exposure is of importance because the
possible means of controlling the extent of exposure are extremely limited and cannot normally
be monitored, or enforced beyond the point of sale of the products. For a new substance, use as
or in a consumer product may be regarded as “other reasonable grounds for concern” requiring a
risk assessment, even if the substance is not classified.

The assessment of the exposure of consumers should be conducted following a logical, iterative
procedure, which starts with an initial “screening”. This screening is needed to identify if the
substance under investigation is actually used as or in consumer products or whether the
expected consumer exposure is so low that it can be neglected further in the risk characterisation
phase. If this is the case no further assessment is needed and the conclusion can be mentioned in
the assessment report. If use as or in consumer products has been identified and the exposure is
not considered to be negligible as described above, then a quantitative exposure assessment is
desirable. The results of this quantitative assessment are taken forward to the risk
characterisation where they are combined with the results of the effects assessment in order to
decide whether or not there is concern for the consumers exposed to the substance.

In order to carry out a quantitative consumer exposure assessment to a substance, information on
a lot of exposure parameters is typically required. Unfortunately, in most cases this is not
realistically achievable, and exposure assessment must be made using the available data, expert
judgement and reasonable assumptions. However, although in many cases data may be sparse, it
is also possible to estimate exposure by various techniques. The purpose of this section is to
provide an overview of the consumer exposure assessment and to give detailed information on:

« the scope of the consumer exposure assessment for new and existing substances;

. general background to the types of consumer exposure that need to be considered;

. types of the information needed to carry out a consumer exposure assessment;

«  how to perform the initial screening;

« how to perform the quantitative exposure assessment using modelling techniques;

« how to use measured data in the assessment;

« how to improve the exposure assessment if the risk characterisation indicates the need to do so.

It is realised that these are all developing areas that will probably change quite regularly.
However, the basic principles for performing the assessment will probably remain the same.
Therefore in preparing exposures assessments, the most up-to-date information should be used.
This may mean that advice not included in this document can still be used, as long as there is a
general consensus among Competent Authorities that what is proposed is acceptable, as
reflecting the state of knowledge at the time the assessment is prepared.
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2.3.2 Scope of the consumer exposure assessment

2.3.2.1 Definitions

As indicated above, the assessment of consumer exposure in principle deals with consumer
products that are can be purchased from retail outlets by members of the general public and may
be the substance itself, a preparation, or an article containing the substance. Examples of human
exposures to substances arising from the use of consumer products are:

« exposure to solvents from the use of glues/adhesives;

. exposures to substances released or leached from articles e.g. from use of baby bottles in
child care;

. exposure to perfume/scent raw materials from the use of cosmetics.

Additionally, for the purpose of this TGD, other exposures of the consumer are included under
Consumer Exposure despite the fact that the exposure does not arise from the use of consumer
products. These additional exposures capture any other human exposure, which are neither
considered as occupational nor as indirect exposure via the environment. Examples include:

. exposure to substances from contact with medical devices including implants etc;

. exposure to substances from handling/preparing food and drink including contact with
cooking utensils, food packaging etc.;

. exposure to substances in the home after use of decorating or cleaning products by
professionals;

« exposure to substances in indoor air (residential air: e.g. household, schools, nurseries)
including the fraction adsorbed on dust particles arising from building materials;

. exposure to substances in public areas (e.g. swimming pools, recreational areas).

It is realised that in some cases no strict differentiation can be made between consumer exposure
and indirect exposure of humans via the environment. An example of such a situation is the
indoor air exposure arising from neighbouring industrial activities (e.g. through walls). In
addition, the source of a substance in food may arise from the environment and/or food
processing/packaging techniques making it difficult to separate the sources. In this TGD, indirect
exposure of humans via the environment is defined as the exposure of humans via consumption
of food and drinking water, inhalation of air and ingestion of soil which in turn are directly
influenced by the releases of the substance into the environmental compartments air, water and
soil. Therefore all other exposure situations of humans, although strictly speaking not always
arising from the use of consumer products, should preferably be dealt with under the consumer
exposure section of the risk assessment report.
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2.3.2.2 Legislative considerations

Many consumer products are subject to other EU and/or national legislation (e.g. cosmetics, toys,
food contact materials, pharmaceuticals).

For new substances, it should be noted that Article 1(2) of Directive 67/548 excludes from
notification substances for which Community notification or approval procedures exist and for
which requirements are equivalent to those of Directive 67/548.

Thus, for example, a substance will not be notified if it is only marketed as part of a cosmetic
formulation and the substance will be included on one of the “permitted lists” of the Cosmetics
Directive (76/768/EEC): Such substances need pre-marketing approval in accordance with
Cosmetics Directive procedures. As notification takes place prior to marketing, the Competent
Authorities will, in such cases, need to consider the potential risk to consumers via the proposed
cosmetic formulation. Prompt communication with the agency concerned is strongly advised so
that resources are used in the most efficient and appropriate manner.

For existing substances the relationship between the scope of the risk assessment performed
under Regulation 793/93 and other Community legislation has been described in Chapter 1
(Section 2).

Clearly, the reasons for including or excluding the consumer exposure assessment should be
highlighted in the risk assessment report with the appropriate argumentation.

23.23 Considerations regarding the assessment of reasonable worst-case
situations

The consumer exposure assessment should normally address the intended uses of the products
that contain the substances under investigation. However, since consumers may not accurately
follow instructions for use of products or articles, a separate assessment of other reasonably
foreseeable uses should be made. For example, consumers may over-dose (e.g. of dishwasher
detergent in relation to the doses recommended on the product) or fail to take other
recommended actions that are designed to minimize the potential for contamination (e.g. they
may leave containers open after having used the product which can give rise to potential
inhalation exposure to substances). However, consideration of deliberate abuse is not part of the
exposure assessment process. It is recognised that the step from other foreseeable uses to abuse
can in certain cases be small. In these situations the assessor should provide clear argumentation
why a certain exposure situation is included or excluded in the assessment.

If a substance is used in more than one consumer product, or if more than one type of use is
employed (e.g. brush painting and spraying), or if the product could reasonably be expected to be
used in other ways (e.g. use of a washing machine detergent for washing by hand), it may be
necessary to assess exposure for each case (see also Section 2.3.6.4 on aggregated exposure). If a
substance is used in a consumer product that has different modes of use, the exposure assessment
should be focused on those uses for which the highest exposure is expected to occur on a regular
basis. Note that if a substance occurs in different consumer products the exposures should
usually be aggregated in order to prevent underestimation of the potential exposure whereas, in
case of different modes of use (of a given product), the highest exposure is taken forward the
assessment. Data obtained for similar products with similar use patterns should be used as
appropriate.
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Certain exposed sub-populations may be exposed differently than others. If for instance exposure
of young children is anticipated, their crawling behaviour and hand to mouth contact may bring
them into contact with residues of products on the floor. In addition their small body size to
surface area compared to that of adults may have a crucial effect on the exposure estimates.
Therefore the exposure assessment needs to take into consideration factors specific to the
exposed consumer sub-populations.

233 Types of consumer exposure

In general the way consumers are exposed to substances can be characterised by (1) the different
routes of exposure, separately or in combination (2) identifying users and non-users and specific
population sub-groups and (3) identifying the different phases of activity in handling the
consumer product.

2.3.3.1 Routes of exposure

Substances may enter the body by being breathed in (inhalation), by passing through the skin
(dermal), or by ingestion (oral) either separately or in combination. Exposure to a particular
substance should normally be understood as external exposure. This can be defined as the
amount of the substance ingested, the amount or concentration of the substance in contact with
the skin and/or the amount or concentration of the substance inhaled, which is represented by the
airborne concentration of the substance in the breathing zone of the consumer. The exposure
estimates usually do not refer to concentrations within the body, which are related to some
measure of the absorbed dose. However in some cases consumer exposure may be a direct
exposure of internal parts of the body (e.g. exposure from medical devices, piercings, tattoos). In
these cases internal exposure is assessed and the exposure estimates should be carried over to the
risk characterisation.

Inhalation exposure

Substances can reach the air that is inhaled by consumers either during the actual use of the
consumer product (for instance as the result of vaporizing solutions) or as a result of
volatilisation after the product has been used (e.g. evaporation of solvents from paints). Exposure
by inhalation is expressed as the concentration of the substance in the breathing zone
atmosphere, and is normally presented as an average concentration over a reference time period
(e.g. per day). If exposure is of intermittent short duration there may also be interest in exposure
over shorter periods (e.g. per event). The assessment can also be based on exposure during
specific tasks, which may be carried out over varying time periods.

Some consumer products are used as sprays in the form of aerosols. In this case the exposure to
the substance is due to that of the droplets which needs to be considered specifically in the
exposure scenario.

Dermal exposure

Substances may have the ability to penetrate the skin and be absorbed into the body. Dermal
exposure is an estimate of the amount of substance contacting the exposed surfaces of the skin. It
is the sum of the exposure estimates for the various parts of the exposed body surface. Dermal
exposure can occur from splashes on the skin, from direct hand or body contact with the
consumer product containing the substance, from deposition on exposed skin of particles or
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aerosols from an airborne substance or from skin contact with residues of the substance after
product use e.g. residues on clothing after laundering or dry cleaning. The amount and
concentration of the substance, the area of skin exposure and the duration and frequency of
exposure can influence the actual dermal exposure to a substance. Dermal exposure is expressed
in terms of the amount of substance per unit surface area of the skin exposed.

Oral exposure

Substances occurring in products that can be ingested can cause oral exposure. The most
noteworthy example is the exposure from the use of mouth and teeth care products. Oral
exposure may also occur due to sucking, chewing or licking of products such as toys, children's
books, kitchenware or textiles. This is of particular relevance to children due to their hand to
mouth behaviour. In addition oral exposure can occur due to the ingestion of small amounts of
food packaging materials, utensils or cosmetic products.

In some cases, also occasional and foreseeable exposures to chemicals in other products (e.g.
detergents, glues, monomer residues and softeners in plastic and PVC-products) may need to be
considered. A specific example of oral exposure is the uptake of dust and soil by children,
provided that the loading of soil with substances is related to the use of consumer products.

Obviously, the exposure scenario needs to be realistic. The exposure to products and chemicals
that are hardly ever accessible to children should not be considered. In case of risk of serious
accidents caused by strong acids and alkaline chemicals or strong oxidants and other chemicals
of high acute toxicity, the scenarios could be described in the risk assessment report, but then be
left for other sectors to be dealt with.

Migration characteristics of the substance (packaging material), solubility (utensils) and amounts
typically used (cosmetics) are important parameters to be considered. These parameters, together
with concentration and contact parameters, are used to quantify the respective exposures. Oral
exposure is expressed as the amount of substance ingested, and is normally presented as an
average daily dose.

Other routes of exposure

Besides these three major routes of exposure, in special cases other routes of exposure must be
considered, in particular the intradermal or intravenous routes. Intradermal exposure occurs
when the integrity of the skin is disrupted by the use of consumer products (e.g. by earrings or
tattoos). Intravenous exposure may occur during the use of medical devices (e.g. an infusion
device from which migration of monomers or other substances takes place). In these cases, the
exposure is expressed as the total amount of the migrating substance and normally presented as
an average daily dose.

2.3.3.2 Primary and secondary exposure

Another way to characterise consumer exposure is by looking at the different (sub)-populations
that are actually exposed to the products. Primary exposure to substances occurs to the individual
who actively uses the products containing the substances, i.e. the user. Examples of primary
exposure are wearing of textiles, use of glues or the use of paints or household cleaning products.
Secondary exposure occurs to non-users or bystanders; these are individuals who do not actively
use the products but are indirectly exposed to substances released during or after product use by
another person (the user). Examples of secondary exposure of non-users include exposure to
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paints, cleaners etc. during or after use by the user, and exposure to household articles and
appliances (e.g. flame retardants in furniture, plasticisers in building materials) which have been
treated with the substance and then placed in the home. Secondary exposure scenarios also
include contact with the substance following the application of professional products in the home
e.g. from paints after painting in the home by a professional or exposure of the farmer’s family
from agricultural products at a farm.

Note that according to this definition the user of a product may be subject to both primary and
secondary exposure and, as a consequence, will often have the highest exposure, whereas the
non-user or bystander has only secondary exposure. Such secondary exposures may be of less
immediate concern than primary exposure unless this occurs to specific subgroups of the
population that may experience higher exposures because of their specific behaviour (e.g.
children crawling on the floor).

2333 Phases of activity

A third way of categorising consumer exposure is by looking at the different phases of activity in
which the products are actually used. There are up to four phases of activity that are relevant to
consumer exposure:

1. preparation for use by the user, which includes tasks like handling and dilution of
concentrates;

2. use or application by the user;

3. post-use or post-application leading to exposure of the user and/or the bystander;

4. removal/cleaning leading to exposure of the user who may be another individual than in the
first phase. This includes activities such as emptying and cleaning equipment, stripping
surface coatings, etc.

Each phase of activity may require a separate assessment, given that the first can reflect exposure
to a concentrate, the second to a dilute solution, the third to a vapour or semi-dry residue and the
fourth to “waste material”. In practice however, the scenarios chosen for the different products
may integrate some or all of these phases.

2.34 Data needs and sources

2.34.1 Data for the initial screening

As the initial screening specifically deals with the question whether or not the substance is
actually used in consumer products, data are needed on the occurrence in products present on the
European market. These data should normally be included in Chapter 2 “General Information on
Exposure” of the risk assessment report. Also consultation of the occupational exposure chapter
may indicate the occurrence of consumer products. In general, the most logical sources for
obtaining this kind of information are:

« dossiers provided by the producing/importing company(ies);
«  product registers that are available in some countries.
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If these sources do not provide sufficient information other sources can be used such as:

« (inter)national trade associations;
« national consumer products inspectorates;
« poison control centres and case studies reported in the literature.

The diversity of consumer products does not allow for a single set of information sources,
handbooks or databases to be consulted. Rather, it is necessary to explore which information
sources apply to the substance of interest. A list of further valuable sources on exposure data is
given in Appendix II (Section 6).

2.3.4.2 Data for a realistic quantitative exposure assessment

To assess the exposure to substances present in consumer products, information is needed on two
sets of parameters: 1) contact parameters and 2) concentration parameters. The contact
parameters denote by which route the exposure occurs (e.g. inhalation) and where, how long and
how often contact with the consumer occurs. The concentration parameters are needed to
estimate the concentration of a substance in a medium that might contact the body, the so-called
potential exposure. This is not necessarily equal to the concentration of the substance in the
product, because a product might be diluted, mixed, undergo evaporation etc. before the
substance of interest actually reaches the human body.

By combining the contact parameters with the potential exposure, the actual exposure to a
substance is obtained, that is, the dose or the concentration of the substance in a medium that is
in contact with the body. A third component might be added to an exposure assessment, namely
the amount of substance taken up into the systemic circulation. This latter component, however,
needs to be considered in the risk characterisation phase, using information (on absorption) from
the toxicokinetic section of the hazard assessment.

For a realistic assessment without the use of defaults, the following data would ideally be
available:

Contact parameters:

. intended use of product;

. frequency of product use (contact);

« duration of product use (contact) per event;

. site of product use, including size of room and air exchange rate;

«  physical form of product (aerosol, dry powder, large crystals, liquid, gas etc.);
« amount of product used per event;

. contact surface (if appropriate).

Concentration Parameters:

« weight fraction of substance in the product;

. concentration of substance in the product as used e.g. after dilution or evaporation has
occurred (if available);

. amount of a substance in an article;

. amount of residual monomers;

. emission rate constant (if available);
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Behaviour data:

. time spent indoors;
- sleeping room,
- living room,
- bathroom,
- kitchen,
- in a vehicle (e.g. car, bus, train, aircraft),
- office/workplace;

. time spent outdoors;
- garden,
- playground,
- streets/traffic.

Information on actual product use by the consumer is not widely available. The instructions of
the manufacturer provide information on the recommended use, not on the way products may be
handled before or after actual use nor on reasonably foreseeable other uses. Information might
also be available from Poison Control Centres and case studies reported in the literature. In some
cases such data represent mostly the more extreme misuses of the product and might not be very
informative about the normal range of uses. Some trade associations have provided data on
product uses (amount, frequencies, use duration) for specific product categories that may be
useful for estimating exposure. These data may be found in Appendix II (Section 5.3).

Specific information on use durations and contact frequencies for consumer products is often
lacking. An estimate of these parameters can be derived from time budget data where available.
Time budgets comprise information on the behaviour of a population during a day, week or year.
Assuming that certain products are used for one or more recorded tasks, data on how long and
how often those tasks are typically performed provide an estimation of product use durations and
contact frequencies. The main disadvantage of time budget data is that the task categories are
often non-specific such as “being indoors”, “driving a car” or “cleaning a bicycle”, etc.
Therefore, a direct link between a time budget task and the use of a certain product might be
problematic. Further, time budget data are gathered by a variety of groups but most of this
information remains in internal publications. Because time budgets may vary geographically, it
is useful to check if the national statistical agencies have gathered such data on a regional basis.

For some such consumer products (e.g. food contact materials) there is a legal requirement for
the supply of measured exposure data to the regulatory agencies concerned. The assessors should
use these data, where available and appropriate, when conducting the exposure assessment.

2.3.5 Initial screening

Initially, the likelihood that an exposure of consumers to the substance under consideration
occurs is evaluated. If the result of the initial screening is that the substance is not used as or in a
consumer product or if the resulting consumer exposure is judged to be low enough to be
neglected further in the risk characterisation phase, it is not necessary to continue the assessment
of the consumer exposure.

In order to be able to reach such a decision, the assessor should review all relevant information
on the exposure and use pattern of the substance submitted by the notifier in the notification
dossier (for a new substance) or by manufacturers and importers under Article 9 (2) of
Regulation 793/93 (for an existing substance).
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When the assessor is notified that a new substance is now intended for a new use as or in a
consumer product, that substance will also then be subject to a consumer exposure assessment.

For existing substances it is often necessary to supplement the information received from
industry by consulting additional sources of information as described above before taking such a
decision. In practice the manufacturers and importers of existing substances can seldom provide
the assessor with complete data on downstream uses. If there are indications of a potential
exposure of consumers to the substance this should be pursued by consulting industry.

If the initial screening verifies that consumer exposure occurs or cannot be excluded as
negligible, a list of the relevant categories of use should be established (see Appendix II,
Section 2). For each category a quantitative assessment needs to be conducted to assess the
potential exposure of consumers to these substances via inhalation, ingestion, and/or the dermal
pathway.

It should be noted that under the current legislation for new and existing substances the
producers and importers of products which are often referred to as the downstream users do not
have any obligations towards providing information to the producers and importers of substances
on the way these substances are used in their products. This implies that a definitive answer to
the question whether or not substances are used in consumer products can often not be easily
given. In most cases the assessor needs to apply a weight of evidence approach based on all
information that is at hand.

2.3.6 Quantitative exposure assessment

2.3.6.1 Scenario building

A substance may be used in different types of consumer products and this will lead inevitably to
different patterns of exposure. In order to systematically assess the exposure of consumers to (a
range of) consumer products, so-called consumer exposure scenarios have to be defined. A
consumer exposure scenario describes the circumstances of the exposure of a person to a
substance. It links the information on substance amount or concentration in a medium or location
with the activity patterns and other behavioural information for a consumer in contact with that
substance. The description of a scenario can be divided into three parts:

« use of a substance;

. the pathway of the substance (release, distribution and elimination) in order to describe the
contacting amount/concentration;

« behaviour of the exposed (sub)-population.

For each consumer exposure scenario the reasonable worst-case exposure should be estimated.
This is the exposure that could be expected to occur under consideration of the manufacturer’s
maximum suggested usage frequency and application rates (the combination of the two should
be checked for realism, see also Section 2.3.6.3). If data are not available, some information on
default patterns of use data for various consumer product types can be found in Appendix II
(Section 5.3). Worst-case exposure may also be caused by poor ventilation, small room volume,
extensive skin contact, etc. (the maximum amount used and unfavourable use conditions may
occur simultaneously).

The actual estimation of the exposure can be made by using simple models that describe the
mode and extent of contact of the exposed consumer with the substance. The assessment of
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duration and frequency of exposure requires an understanding of the substance and/or
product/article use category and use scenario. Appendix II (Section 3.1) gives details of simple
algorithms which are recommended for use in assessing consumer exposure for a number of
common exposure scenarios. These should be selected and used with the appropriate care. Useful
equations are given for the following estimates:

1. for inhalation exposure: an estimate of the concentration of the substance in surrounding air
without consideration of time;

2. for dermal exposure: an estimate of the concentration of the substance in contact with the
skin and the amount of substance on skin;

3. for oral exposure: the amount ingested that is calculated by multiplying the estimated
concentration of the substance in media by the volume ingested.

If the assessor judges that some exposure
scenarios, or an exposure route are not Typical questions that can be posed when developing a
relevant, reasons for this judgement should | €onsumer exposure scenario:

be given. Typical questions that can be
posed when developing a consumer
exposure scenario are listed in Figure 3.
Establishing the relevant exposure
scenarios needs expert judgement and
should be made in a transparent way. To
aid the clarity of the document similar uses
of the substance can be clustered into a
single scenario.

What is the frequency of use?

What is the duration of use?

Who is using the product?

What is the vapour pressure of the substance?

What is the room volume?

Where is the product used?

Relevant paths of exposure?

- Ifthe vapour pressure is high: consider inhalation
exposure

- Should dust and/or soil be considered as an

. . important path of exposure
Assessors should focus their attention on e Are there exposed persons in addition to the user

those scenarios where the exposure is (bystanders)?

expected to be the most significant. The e Are children exposed - consider child’s behaviour?
degree of detail required for an exposure e Are there specific geographical or cultural differences that
scenario should be linked to the perceived need to be taken into account?

magnitude of the risk. In this way, the
problem of including excessive amounts of
text for low-risk situations will be avoided,
while at the same time giving potentially serious risks the amount of attention they deserve.
However, enough detail should be given to enable the reader to be confident that potentially
important scenarios are not missed.

Figure 3 Typical questions

In some cases the consideration of exposure to substances via dust and/or soil is needed. Dust
and soil often act as carriers for substances that have a low vapour pressure. Those substances
are either part of dust themselves or they are adsorbed to dust and soil (e.g. metals can be
transported via dust and soil). A distinction should be made between the airborne dust particles
that lead to inhalation exposure and those particles that lay on the ground (house-dust). The latter
particles are typically important for dermal and oral exposure of children.

For effects which may be expressed following a single exposure (e.g. irritation; acute toxicity)
mean and maximum exposure levels per event will be needed for risk characterisation. For
repeated-dose toxicity the daily exposure level averaged over an appropriate period of time (e.g.
a year) will be required. Both upper estimates from reasonable worst-case scenarios as well as
averages will be needed.
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When feasible, measured or estimated values should be used for each of the numerical
parameters. When this is not possible default values (e.g. for room volumes) may be derived
from available data sources. Representative values for human physiological parameters relevant
to the assessment of consumer exposure (e.g. surface areas of skin of hands, forearms, head, etc.;
breathing rates and volumes) are widely available via the literature (see references for some
sources). Some default and representative values are given in Appendix II (Section 5.2).
Reasonable assumptions need to be made which should be compared to data where this is
available. The assessment report should describe in a transparent way the values that are selected
and used in the exposure calculations

Sometimes workers and consumers may have similar exposure scenarios e.g. use of cleaning
agents, use of paints and adhesives for carpets. It may be possible to use consumer exposure
models for workers or worker exposure models for consumers taking into account that
consumers usually will use the product less frequently and possibly during a shorter time. On the
other hand, in a consumer exposure scenario, room ventilation is often insufficient, less guidance
and safety information is available and gloves are often not used.

2.3.6.2 Highly exposed or more vulnerable (sub-) populations

In order to avoid unrealistic exposure estimates and an overestimation of exposure, it is
recommended to calculate a population average and ranges (e.g. minimum and maximum
exposure values) which allows the recognition of the variation of input parameters. The
combination of group extremes for deriving a final estimate of exposure should be avoided. It
should be recognised however, that there may be cases where sub-populations are exposed and
overall population averages are too low. Some consumers may be exposed to higher
concentrations than others because of differences in the behaviour and physiological parameters.
Young children may for instance be exposed to higher levels than adults due to their distinct
(hand to mouth) behaviour. The scenarios need to be designed in a way that they take such
factors specific to the exposed consumer sub-population into consideration. Factors that might
lead to a different internal dose of children, such as their low body weight or their relatively high
body surface area, are normally taken care of in the risk characterisation phase.

Some consumers may be more vulnerable than the average population (e.g. neonates, persons in
poor health, the elderly, or consumers with specific vulnerability to certain types of effects, e.g.
asthmatics). It is expected that exposure in general will not be determined by the vulnerability of
the consumer. The potential difference in risks between more vulnerable groups and the general
population needs to be discussed in the risk characterisation part of the Risk Assessment Report.

2.3.6.3 ChecKk for realism

When using any equations or computer models, particularly if default or “reasonable worst-case”
values are used, it is essential to conduct a check for realism. For example, it might be
considered reasonable, for initial screening purposes, to accept that 10% of a substance contained
in a particular quantity of toothpaste could be ingested by an adult in a single, normal event; but
if the calculation indicated that, for instance, 50%, or 500%, of the total amount of substance in
the whole pack is ingested, the input parameters should be checked and adjusted as appropriate.
Refining the parameters to be more “realistic” will not be necessary if the judgement is already
that consumer exposure is of “no concern” and the refinement can only lead to lower estimates
of exposure.
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Whilst a reasonably conservative estimate of consumer exposure is justifiable in the first
instance, grossly excessive estimates should be avoided (e.g. cumulative worst-case estimates).
Also, care should be taken to avoid under-estimating exposure. The derivation of sets of
exposure range values, for key products used under specific conditions, is recommended so that
estimated values can be checked against the expected range.

2.3.6.4 Aggregated consumer exposure

Consumer exposure to a substance can occur from multiple sources, because products contain
many substances and a substance may be present in multiple products in many different forms.
Hence, when the individual scenarios are assessed separately, the exposures to a single substance
need to be aggregated thus providing the aggregated consumer exposure. This aggregation is not
a simple summation of the individual estimates but needs to take into account questions such as
to what extent co-occurrence of products with the same chemical in households takes place and
what is the co-use of products with the same chemical.

The first question refers to the percentage of households having/using the product. Information can
be derived from, e.g., marketing studies or questionnaires. As a rough approximation, extent of
dissemination to households can be divided into “low” and “high” and co-use can be estimated
from frequency of use (i.e. use is “seldom” or “often’’). The second question refers to correlations
in product use. In the case of co-use, it can be assumed that products that are often used have a
high probability to be used in a short time span from each other. As a worst-case assumption it can
be assumed that products from different subcategories are used next to each other in the same
household and therefore need to be considered when the aggregated exposure is calculated.

The timescale of the exposure also needs be considered. On a chronic time scale, products with a
high use frequency will dominate human exposure. Co-use of products will be less important,
because on a sufficiently long time scale, all products are co-used. Aggregated chronic exposure
is calculated by summing all consumer exposures in a sufficiently long time interval (e.g. a year
to life time) and averaging over the time interval. A typical dose measure will be a year averaged
or life-time averaged daily dose. For short-term exposures the averaging interval will typically
be event average or day-of-use average.

2.3.6.5 Outcome of the quantitative exposure assessment

The quantitative consumer exposure assessment results in reasonable worst-case estimates for
the external exposure via the inhalation, dermal and/or oral route that are taken forward to the
risk characterisation for consumers. With regard to inhalation exposure an estimate of the air
concentration (e.g. mg/m’) in the breathing zone of the consumer is needed. For dermal exposure
an estimate of the concentration of the substance in contact with the skin (e.g. % w/w) and the
amount of substance on the skin (e.g. mg/cm?) is needed. For oral exposure an estimate of the
amount ingested (e.g. mg/kg bw/day) is needed.

Exposure estimates are needed for the general population or, if relevant, for a specific highly
exposed sub-population or for a specific sub-population that is specifically vulnerable and for
which the exposure estimates for the general population do not apply. These estimates are
obtained for all relevant scenarios that have been identified taking into account all relevant
available information. In the risk characterisation phase these estimates are combined with the
results of the effects assessment and conclusions are drawn whether or not there is concern for
any of the scenarios assessed.
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2.3.7 Use of measured data in the exposure assessment

As indicated in the introduction to the section on human exposure, in general measured data are
preferred over modelled data provided they are reliable and representative for the situation that
needs to be assessed. For most consumer exposure scenarios identified for new and existing
substances, measurements of the actual exposure of consumers will not be available. However, it
may be possible that for one or more of the parameters used in the estimations, chemical, product
or scenario specific data are available than can be used to override the default values.

There may be measurements of external exposure (i.e. concentrations in the environment in which
the contact takes place) as well as measurements of internal exposure (e.g. in blood or tissues).
Biomonitoring programmes are occasionally performed to study the body burden of chemicals and
the results may be very valuable for exposure estimations. Furthermore, monitoring programmes of
industry, particularly for occupational exposure may be useful for comparative evaluations with
consumer exposure although their number, representativeness and quality will often vary within
wide ranges. Thus, the measured data available should be evaluated carefully.

Measured data from surrogate substances or analogues may also be useful when estimating
exposure levels. Extrapolations using surrogate substances as well as surrogate scenarios (e.g.
chamber measurements) should be transparent. In cases where surrogate data are the only data
available and it is not possible to obtain further information, it may be necessary to conduct an
exposure assessment based on such data.

On the other hand, measurements of exposure factors (model variables) may exist, e.g. room
volumes, air exchange rates, migration rate constants, ad- and desorption as well as absorption
rates (e.g. skin permeation rates). These measured data can be used for model estimations.

In some cases, exposure measurements for a specific product may be available or such studies
might be conducted. Exposure surveys need to be large enough, well enough reported, and
representative of the population and scenario of interest to be convincing.

2.3.8 Influence of personal protective equipment

There are very limited circumstances for consideration of Personal Protective Equipment (PPE) in
consumer exposure, because people will not normally use PPE unless it is convincingly
recommended by the manufacturer and provided with the product. Clothing is the only kind of PPE
for which it may be considered reasonable to include in the exposure assessment for consumers
since the actual dermal exposure can be affected by the nature and extent of the clothing worn.
Even normal clothing can offer some degree of protection against external contamination.

Due to the large uncertainties of the influence on reducing exposure of more advanced personal
protective equipment and the even larger uncertainties of whether this equipment is actually used
by the consumer, these should not be taken into account in the exposure assessment. The correct
selection and use of eye and face protection or respiratory protective equipment requires a level
of training which is unavailable to the consumer. The use of protective gloves may require some
more discussion. Good practice and personal hygiene will sometimes indicate that household
gloves are desirable (e.g. for products that are irritating/corrosive to the skin, such as strongly
acidic, alkaline or oxidant household chemicals). Although it can be considered that in cases
where skin irritation is the critical adverse health effect and gloves are supplied with the product
or substance, these gloves will in most cases be used, the actual assessment needs also to
consider the reasonable worst-case situation which indicates no use of gloves.
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239 Improvement of the exposure assessment

If the risk characterisation for consumers concludes that further information is needed to refine
the exposure assessment for one or more scenarios and it is expected that this information can be
obtained within the timeframe given by the respective legislation, then the assessor needs to
decide how the refinement can be achieved. In principle a range of possibilities exist such as:

o gathering more information on one or more parameters used in the original exposure
scenarios;

«  gathering more specific information on the actual products that are used by the consumer;

. if more detailed data are available, use of more sophisticated models to investigate the
potential exposure situation with a higher degree of certainty;

« performance of actual exposure measurements.

Although the quantitative exposure assessment as described in Section 2.3.6 must in principle be
based on all relevant data available, in practice the calculations will in many cases involve a
number of assumptions and the use of defaults and/or non-specific information for the products
assessed. The most likely way to improve the assessment is therefore to gather information on
one or more of these parameters in order to make the assessment as specific as possible for the
scenario under investigation. Usually such an exercise will be targeted towards one or a few of
the scenarios evaluated and not to all exposure routes that were considered initially. Some sort of
model sensitivity analysis tool or some reasonable judgement may be used to find those exposure
factors that need only a small change to cause a relatively large change in predicted exposure.
These exposure factors should preferably be described by more realistic data if possible. On the
other hand, exposure factors that hardly cause changes in predicted exposure do not need precise
quantification. In this step and depending on the amount and quality of data available, the use of
probabilistic analysis may be helpful to further characterise exposure.

In contrast to the models that are described in the section on quantitative assessment
(Section 2.3.6) more sophisticated models exist that contain an adequate description of the
processes underlying the exposure scenario. These models are expected to be of increased
specificity and complexity and will require the quantification of a relatively large number of
exposure factors. They may include for example the consideration of time dependent processes of
migration and release of the substance from a matrix, the deposition (adsorption) to other matrices
(e.g. dust) and its release (desorption) as well as the disappearance from the medium (e.g. by
decrease of room air concentrations due to ventilation). If needed, for consideration of variability
and uncertainty percentiles of distributions (generally 95" or 99" percentiles, but sometimes also
50" or 75" percentiles) can be defined to replace the reasonable worst-case assumptions.

When the consumer exposure assessment is refined using these more sophisticated models, a
very careful description of the scenario and the subsequent models used for calculations,
including all assumptions, is required. Results of model estimations should be given in an
adequate manner and should be discussed critically and transparently.

Several models are used in either computer programs and/or published in the scientific literature.
Recommendations for the use of certain models for exposure assessment will not be given.
However, a selection of scenarios and models that may be useful for consumer exposure
assessment can be found in Appendix II (Sections 3.2 and 4).
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24 EXPOSURE OF HUMAN VIA THE ENVIRONMENT

2.4.1 Introduction

Indirect exposure of humans via the environment may occur by consumption of food (fish, crops,
meat and milk) and drinking water, inhalation of air and ingestion of soil. The different routes of
exposure are illustrated in Figure 4.

(Exposure via soil ingestion and dermal contact is not addressed in this guidance because they
represent significant exposure routes only for specific situations of soil pollution.). The indirect
exposure is assessed by estimating the total daily intake of a substance based on the predicted
environmental concentrations for (surface) water, groundwater, soil and air.
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Figure 4 Schematic representation of the exposure routes considered in human exposure

The assessment of the indirect exposure via the environment is carried out following the
sequence of the step-wise procedure:

. assessment of the concentrations in intake media (food, water, air and soil);

. assessment of the intake rate of each medium,;

. combination of the concentrations in the media with the intake of each medium (and if
necessary, using a factor for the bioavailability through the route of intake).
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Because of their supply levels and the effects of distribution, new substances are not expected
normally to attain environmental concentrations which could lead to significant indirect exposure
levels for humans. Calculations of the total daily human intake of new substances on the basis of
predicted environmental concentrations indicate that substances placed on the market in
quantities below 1,000 tonnes per annum (tpa) do not normally attain indirect exposure levels
which would cause concern in relation to the health of the public at large.

However, when there is a high level of concern about a substance because of its toxicity there is
a greater possibility of a risk of adverse effects on human health arising from indirect exposure
when supply levels reach 100 tpa. There will be a high level of concern if:

. the substance is classified “Toxic” with a risk phrase “R48”; or
. the substance is classified as a carcinogen or mutagen (of any category); or
. the substance is classified as toxic to reproduction (category 1 or 2).

Therefore, an assessment of indirect exposure, entailing calculation of total daily human intake,
should normally be carried out for new substances placed on the market in quantities of 1,000 tpa
or more. Assessment of indirect exposure at lower levels of supply should only be conducted if
the substance has been shown to be of high concern because of its toxicity, as described above.
Where an assessment of a new substance is required the approach given below for existing
substances should be used.

The calculation methods described are simple, flexible and “state of the art” methods for
predicting the indirect exposure to humans via the environment. They serve primarily for
screening purposes. The concentrations in the environmental compartments which are required
as input data in the models for the calculation of the total daily intake via the different exposure
routes should be derived on the basis of monitoring data and/or modelling by applying the
approaches described in Chapter 3 on Environmental Risk Assessment. The concentration of a
substance in food is related to its concentration in water, soil and air and is also dependent on its
bioaccumulation or biotransfer behaviour. The models for the estimation of daily intake allow
the use of local or regional environmental concentrations, as appropriate. The methods require
the use of a limited number of input parameters and can, if required, be adapted for specific
human populations for which it may be necessary to assess the exposure separately. Standard
default values for the input parameters are presented.

Human behaviour shows an appreciable amount of variation between the different EU countries.
But also within countries, large deviations occur between individuals. As a consequence, indirect
exposure will vary greatly over the population we seek to protect. The choice of the exposure
scenario will have a major influence on the result of the assessment. This choice will always be a
compromise as a scientifically sound solution is extremely difficult to obtain (this would involve
elaborate statistical evaluation of human sourcing and mobility behaviour, as well as the
distribution and intensity of all local sources).

Indirect exposure is principally assessed on two spatial scales: locally near a point source of the
substance, and regionally using averaged concentrations over a larger area. In the local
assessment, all food products are derived from the vicinity of one point source, in the regional
assessment, all food products are taken from the regional model environment. It should be noted
that the local and regional environments are not actual sites or regions, but standardised
environments as defined in the Chapter 3 on Environmental Risk Assessment. Clearly, the local
scale represents a worst-case situation. People do not consume 100% of their food products from
the immediate vicinity of a point source.
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Therefore, the local assessment represents a situation which does not exist in reality. However
usually, one or two routes dominate the total exposure and local exposure through these routes
may not be unrealistic. In contrast, the regional assessment represents a highly averaged
exposure situation which cannot insure protection of individuals who consume food products
from the vicinity of point sources. A regional assessment gives an indication of potential average
exposure of the inhabitants of the region. In light of the above mentioned limitations, it is clear
that a generic indirect exposure assessment, as required in this framework, can only be used to
indicate potential problems. The assessment should be seen as a helpful tool for decision making
and not as a prediction of human exposure actually occurring at some place or time.

For an indirect exposure assessment on EU-level, a standard consumption pattern needs to be
defined. Food consumption rates and patterns differ between EU Member States so it is
impossible to select an average or worst-case EU country. To account for the fact that intake
rates vary between countries, for each food product, the highest country-average consumption
rate of all member states will be used. This will of course lead to a total food basket which is an
unrealistic, worst-case scenario. In practice however, usually only one or two routes form the bulk
of the indirect exposure. The fact that in the exposure scenario worst-case intake through other
routes also occurs is therefore negligible. This makes this scenario appropriate as a first approach to
indicate possible concern. The outcome of this assessment is comparable to assessing all countries
separately (using average intakes), and taking the highest exposure level of all countries.

It should be noted that extreme consumers of certain food products are not accounted for. Taking
extreme consumption into account would lead to more severe worst-case local assessments since
the entire food basket is already derived for 100% from the local standard environment.

In a case where the regional assessment indicates reason for concern, there is a clear need for
refinement of the assessment. In cases where the local assessment does not indicate a potential
risk, there is no reason for concern. The situation is less clear in the grey area where a regional
assessment does not give reason for concern, but the local assessment does. It should be noted
that there is no testing strategy triggered by the indirect exposure assessment. Instead, when
there is reason for concern in the local assessment only, a further analysis of the major exposure
routes is required to investigate the realism of the local exposure scenario. As the most important
routes are indicated by the assessment, this provides a clear starting point for refinement.

Currently, the scenario for indirect human exposure cannot take into account exposure from aquatic
organisms apart from fish, because to date an internationally validated bioaccumulation standard
test is only available for fish and consumption data on aquatic organisms other than fish are scarce.

A general description of the different relevant exposure routes and guidance for the assessment
of the resulting indirect exposure is given in the following sections. A detailed explanation
including calculation procedures is given in Appendix II1.
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Table 2 Environmental concentrations used as input for indirect exposure calculations

Compartment Local assessment Regional assessment

surface water annual average concentration after complete steady-state concentration in surface water
mixing of STP-effluent

air annual average concentration at 100 m from steady-state concentration in air
source or STP (maximum)

agricultural soil concentration averaged over 180 days after 10 steady-state concentration in agricultural soil
years of sludge application and aerial deposition

porewater concentration in porewater of agricultural soil as steady-state concentration in porewater of
defined above agricultural soil

groundwater concentration in porewater of agricultural soil as steady-state concentration in porewater of
defined above agricultural soil

Indirect exposure scenario

Local The entire food basket is sourced from the vicinity of the local point source as defined in the Table. The food
basket consists of: fish, root crops, leaf crops, meat, dairy products, drinking water, and inhalation of air. For
the standard assessment, the highest country-average intake rate for each food product is used.

Regional The entire food basket is sourced from the region as defined in the Table. The food basket consists of; fish,
root crops, leaf crops, meat, dairy products, drinking water, and inhalation of air. For the standard
assessment, the highest country-average intake rate for each food product is used.

2.4.2 Exposure via the environmental compartments

24.2.1 Exposure via inhalation of air
This exposure route can contribute significantly to the total exposure for volatile compounds.

The concentration in the intake medium (air) can be calculated with distribution models of
Chapter 3.

Only the intake scenario chosen has important consequences on exposure through this route. It is
proposed to follow a worst case, but transparent, scenario: continuous, chronic exposure of
humans to the air concentration (which is assumed constant). Exposure through inhalation will
be summed with exposure through oral routes.

2.4.2.2 Exposure via soil ingestion and dermal contact

These exposure routes will not be handled in this context while exposure through these routes is
usually very unlikely. Only in cases of extremely polluted soils (e.g. in dump sites or through
calamities) can these routes provide significant contributions to the total exposure.
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243 Exposure via drinking water

Drinking water can be prepared from surface water or from groundwater. Groundwater can be
contaminated through leaching from the soil surface, surface water can be polluted through
direct or indirect emission. Hrubec and Toet (1992) evaluated the predictability of the fate of
organic substances during drinking water treatment. One of their conclusions was that
groundwater treatment, which is generally not intended for removal of organic substances, can
be neglected. The accuracy of the predicted removal efficiencies for surface water treatment is
rather low. This is mainly due to uncertainties in the most effective treatment processes (such as
activated carbon filtration).

24.4 Exposure via food consumption

Assessing concentrations in food products (in this context fish, leaf crops, root crops, meat and
dairy products) in initial or intermediate screening stages usually involves calculation of
bioconcentration (BCF) or biotransfer factors (BTF). These are defined as the external exposure
(as a concentration or a dose) divided by the internal concentration in the organisms. The use of
fixed factors implies that these factors describe a steady-state situation in which the exposure
period is assumed long enough to reach a steady-state.

It should be noted that reliable (and relevant) experimental bioconcentration factors are always
preferred above estimated factors.

2.4.4.1 Bioconcentration in fish

Fish, residing in contaminated surface water, are able to take up appreciable amounts of
(especially lipophilic) substances through the gills or through their food. The concentration in
fish may be orders of magnitude greater than the concentration in water. The bioconcentration
factor in fish is found to be well correlated with the octanol-water partitioning coefficient (Kow),
indicating that lipid or fat is the main dissolving medium. The estimation of fish-water
bioconcentration is more specifically discussed in Chapter 4.

2.44.2 Biotransfer from soil and air to plants

Plant products form a major part of the food products for humans and cattle. Contamination of
plants will therefore have significant influence on the exposure of humans. When trying to
predict concentrations in plant tissues, one will immediately encounter several important
conceptual problems:

. there are hundreds of different plant species forming the heterogenous group of food crops.
Furthermore, varietal differences can also account for large differences;

. different tissues from plants are consumed (roots, tubers, fruit, leaves);

. crops differ in contaminant exposure, many crops are for instance grown in greenhouses;

. crops can be exposed through uptake from the soil, but also through gas uptake and aerial
deposition.
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From the above it may be clear that a modelling approach can only give a rough approximation
of the concentrations in plants. To account for the predicted variety in plant products, it is
proposed to distinguish between tuberous plants and leaf crops. Furthermore, the exposure of
plants should include the soil route, as well as the air route.

Uptake from soil is, in general, a passive process governed by the transpiration stream of the
plant (in case of accumulation in leaves) or physical sorption (in case of roots). Uptake into the
leaves from the gaseous phase can be viewed as a passive process, in which the leaves
components (air, water, lipids) equilibrate with the air concentration. A general form of steady
state partitioning, coefficient) between these compartments is given by Riederer (1990). Kow
and Kaw (the air-water partitioning coefficient) are used to assess the distribution between the
air and the plant. It is proposed to use the modelling approach of Trapp and Matthies (1995) to
estimate levels in leaves and roots due to uptake from soil and air.

2.4.4.3 Biotransfer to meat and milk

Lipophilic substances are known to accumulate in meat, and can be subsequently transferred to
milk. Cattle can be exposed to substances in grass (or other feed) with adhering soil, drinking
water, and through inhalation of air. Biotransfer factors can be defined as the steady-state
concentration in meat, divided by the daily intake of the substance. Travis and Arms (1988)
calculated biotransfer factors for cow's meat and milk by log-linear regression on a number of
substances (28 for milk and 36 for beef).

Even though the theoretical background is limited, these factors provide a useful tool in risk
assessment. It is proposed to use the same exposure estimates for air and crops which have been
derived for human exposure for cattle, and the same soil concentration as for plants.

It should be noted that no distinction is made between different milk products like cheese or
yoghurt. For all dairy products, the concentration in milk is used.

24.5 Total daily intake for humans

If concentrations in the intake media are calculated, the total daily intake of humans can be
estimated from the daily intake rate of each medium by summing the contribution of each
medium. This is elaborated in the indirect exposure scenario explained in Section 2.4.1.
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3 EFFECTS ASSESSMENT

3.1 INTRODUCTION
The effects assessment comprises the following steps of the risk assessment procedure:

. hazard identification: the aim of the hazard identification is to identify the effects of concern
and to review any current classification (including non-classification) of the substance (for
existing substances and biocides) or determine the classification (for new substances and
biocides).

. dose (concentration) - response (effect) assessment, which is the estimation of the
relationship between dose, or level of exposure to a substance, and the incidence and
severity of an effect. In this chapter it is referred to as “Dose-response”. At this step the no
observed adverse effect level (NOAEL), or, if this is not possible, the lowest observed
adverse effect level (LOAEL), shall, where possible and appropriate, be determined for the
observed effects. If appropriate, the shape of the dose-response curve should also be
considered.

During both steps of the effects assessment it is of high importance to evaluate the data with
regard to their adequacy and completeness. The evaluation of adequacy shall address the
reliability and relevance of the data.

For the effects for which it is not possible to determine a N(L)OAEL, it is generally sufficient to
evaluate whether the substance has an inherent capacity to cause such an effect. Where for such
an effect it is possible to draw a relationship between the dose or concentration of the substance
and the severity of an adverse effect, this relationship should be determined.

Generally human data will only be available for existing substances. If both animal data and
human data are available, as a general rule, well reported relevant human data for any given
endpoint is to be given preference for the risk assessment. Exemptions from this general rule are
studies conducted with human volunteers. These studies are strongly discouraged as they are
problematic from an ethical point of view. Results from such studies should be used only in
justified cases (e.g. tests which were conducted for the authorisation of a medical product or
when effects in already available human volunteer studies with existing substances have been
observed to be more severe than deduced from prior animal testing). However, the potential
differences in sensitivity of human studies and studies in animals should be taken into account in
the risk assessment, on a case-by-case basis. In relation to hazard identification, the relative lack
of sensitivity of human data may cause particular difficulty: negative data from studies in
humans will not usually be used to override the classification of substances which have been
classified on the basis of data from studies in animals in accordance with the criteria given in
Directive 93/21 (Annex VI to Directive 67/548), unless the classification is based on an effect
which clearly would not be expected to occur in humans.

In Sections 3.5 to 3.12 there is a common structure, which sets out logically the procedure for
considering that effect.
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The structure is as follows:

o definition of the effect;

. objectives of the guidance for that effect;

. data availability, divided into the information the assessor needs, and that information which
1s available;

. evaluation of available data on that effect;

. guidance on assessment for that effect.

For a number of effects, testing strategies which were designed to provide guidance on the
systematic and stepwise gathering of information on new substances are presented in the
following sections. For existing substances, these strategies should, in general, be used as a tool,
in combination with expert judgement, to determine the need for further testing. The starting
point should be the base-set. If the assessor decides further testing is needed, the tests which are
required for new substances at each tonnage trigger should be considered in turn. The minimum
amount of testing should be specified consistent with obtaining the necessary data. All end-
points should be considered and an integrated test package agreed. Within these sections, further
guidance on the applicability of each strategy to existing substances is given. There are
additional problems in the risk assessment of petroleum substances as they are complex and
variable mixtures. Appendix VII gives a suggested pragmatic approach to such assessments.

Core data requirements for biocides are specified in the Directive 98/8 in Annex IIA and further
detailed in the Technical Notes for Guidance (TNsG on Data Requirements, 2000). In contrast to
new substances, the data requirements for notification of biocides are independent of the annual
production rate and entail the submission of a full data package (core data set possibly
supplemented by product type-specific data), which is available from the very beginning of the
effects assessment process. Therefore, the testing strategy for biocides is not based on the
tonnage-triggger system, and the necessity of further testing solely depends on the level of
concern that evolved from the previously conducted tests or in some cases from structure-activity
considerations.
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3.2 EVALUATION OF DATA

During both steps of the effects assessment it is very important to evaluate the data with regard
to their adequacy and completeness. This is particularly important for well studied existing
substances where there may be a number of test results available for each effect but where some
or all of them have not been carried out to current standards. This section puts forward general
guidelines on data evaluation. The term adequacy is used here to cover the reliability of the
available data and the relevance of that data for human hazard and risk assessment.

3.2.1 Completeness of data

For new substances at supply levels in excess of 1 t per year data equivalent to those foreseen in
Annex VIIA to Directive 67/548 (the “base set”) will be available. For existing substances the
quantity of data available will vary considerably and many substances may have information that
goes beyond the base set. However, Regulation 793/93 requires that for existing substances all of
the particulars listed in the base set must be available. This is intended to ensure that at least the
information equivalent to the base set is provided before the risk assessment process begins. The
reference to information equivalent to the base set recognises that there is some scope for reading
information across from non-base set data. The scope for doing this depends upon expert
judgement and must be considered on a case-by-case basis.

For active biocidal substances, Article 8 of the Directive 98/8 gives the dispositions on data
requirements for authorisation. In Annexes IIA and IIB detailed core data requirements common
to all active substances and biocidal products, respectively, are specified. Additional data
requirements are given in Annexes IIIA and IIIB and depend on the use pattern and product type.
The common core data requirements in Annex IIA together with the specific data requirements
in Annex IIIA constitute the complete set of data on the basis of which an overall and adequate
risk assessment can be carried out for the active biocidal substance. Due to the wide scope of the
Biocidal Products Directive and the extensive variation of exposure and risks of different
biocidal products detailed Guidance on Data Requirements (TNsG) have been published by the
Commission and they are available in the web page http://ecb.jrc.it/biocides.

3.2.2 Adequacy of data
The adequacy of a test can be considered to be defined by two basic elements:

. reliability, covering the inherent quality of a test relating to test methodology and the way
that the performance and results of the test are described;

. relevance, covering the extent to which a test is appropriate for a particular hazard or risk
assessment.

Reliable, relevant data can be considered valid for use in the risk assessment. When there is more
than one set of data for each effect, the greatest weight is attached to the most reliable and
relevant.

The evaluation of test data with respect to reliability is outlined below. Additional sections
consider issues specific to the reliability of human and in vifro data, relevance to humans and
Quantitative Structure-Activity Relationships.
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3.2.21 Reliability of test data

For new substances and active biocidal substances, tests conducted according to EU Annex V!
methods and in compliance with the principles of GLP will be available, and consequently many
of the issues addressed in this section will not be relevant. Any new tests carried out under
Regulation 793/93 must also be carried out according to Annex V methods, or, where such a
method is not available, in accordance with internationally recognised guidelines and to GLP.

For many existing substances and some existing biocidal substances, the test data available will
have been generated prior to the requirements of GLP and the standardisation of testing methods.
That data may still be used for risk assessment but the data and the methodology used must be
evaluated in order to determine their reliability for assessment purposes. The evaluation needs
expert judgement and must be transparent, so that the use made of a particular data set is clearly
justified. The requirements of the appropriate standardised test method and GLP principles
should be regarded as a reference when evaluating the available test data. That is, studies carried
out according to current methods (e.g. EU Annex V, OECD or US EPA) appropriately reported,
should be considered the most reliable for risk assessment.

When looking at a test report, the assessor should consider whether:

«  purity/impurities and origin of the test substance are reported;

. acomplete test report is available or the test has been described in sufficient detail and the
test procedure described is in accordance with generally accepted scientific standards. The
information in such a report should be considered to be reliable and should be used for risk
assessment;

« the reliability of the data cannot be fully established or the test procedure described differs in
some respects from the test guidelines and/or generally accepted scientific standards. The
assessor must decide in that case whether the data will be taken into consideration in the risk
assessment and how they will be used (e.g. as supporting information where a reliable study
has already been identified) or whether they should be regarded as invalid;

. the following factors, among others, can be used to support the view that these data may be
acceptable for use in a risk assessment:

— there are other studies or calculations available on the substance, and the data under
consideration are consistent with them,

— other studies, for example on isomers with similar structure activity profile, homologues,
relevant precursors, breakdown products or other chemical analogues, are available and
the data under consideration are consistent with them,

— an approximate value is sufficient for taking a decision on the result of the risk
characterisation;

. if critical supporting information is not reported (e.g. species tested, substance identity,
dosing procedure) the test data should be considered to be unreliable for risk assessment.

In principle, the same criteria apply to test data reported in the published literature. The amount of
information presented will provide the basis to decide on the reliability of the data reported. In
general, publications in peer-reviewed journals are preferable. High-quality reviews may be used as
supporting information. Summaries or abstract publications may also supply supporting material.

1 The testing methods of Annex V to Dir 67/548 are currently spread in several directives (where Annex V methods
are quoted here, they refer to Directive 67/548 as updated in the most recent ATP). An actualised list of available
methods and references to the directives that lay them down is available for downloading at the European
Chemicals Bureau website (ECB, http://ecb.jrc.it/testing-methods/index.htm).

87



EFFECTS ASSESSMENT

General principles for data evaluation were discussed at the IPCS meeting on International Co-
ordination of Criteria Document Production (the outcomes of the meeting are summarised in
Annex 5 of the meeting report (IPCS, 1993)) and have also been described in relation to
occupational exposure (EEC, 1992a).

3.2.2.2 Human data

The evaluation of human data usually requires more elaborate and in-depth critical assessment of
the reliability of the data than animal data (WHO, 1983). Epidemiological studies with negative
results cannot prove the absence of an intrinsic hazardous property of a substance but well
documented “negative” studies of good quality may be useful in the risk assessment. Four major
types of human data may be submitted (1) analytical epidemiology studies on exposed
populations, (2) descriptive or correlation epidemiology studies, (3) case reports and (4) in very
rare, justified cases controlled studies in human volunteers.

Analytical epidemiology studies (1) are useful for identifying a relationship between human
exposure and effects such as biological effect markers, early signs of chronic effects, disease
occurrence, or mortality and may provide the best data for risk assessment. Study designs include:

« case-control (case-referent) studies, where a group of individuals with (cases) and without
(controls/referents) a particular effect are identified and compared to determine differences
in exposure;

« cohort studies, where a group of “exposed” and “non-exposed” individuals are identified and
differences in effect occurrence are studied;

. cross-sectional studies, where a population (e.g. a workforce) is studied, so that morbidity at
a given point in time can be assessed in relation to concurrent exposure.

The strength of the epidemiological evidence for specific health effects depends, among other
things, on the type of analyses and on the magnitude and specificity of the response. Confidence in
the findings is increased when comparable results are obtained in several independent studies on
populations exposed to the same agent under different conditions and using different study designs.

Criteria for assessing the adequacy of epidemiology studies include the proper selection and
characterisation of the exposed and control groups, adequate characterisation of exposure, sufficient
length of follow-up for disease occurrence, valid ascertainment of effect, proper consideration of
bias and confounding factors, and a reasonable statistical power to detect an effect.

Descriptive epidemiology studies (2) examine differences in disease rates among human
populations in relation to age, gender, race, and differences in temporal or environmental
conditions. These studies are useful for identifying areas for further research but are not very
useful for risk assessment. Typically these studies can only identify patterns or trends in disease
occurrence over time or in different geographical locations but cannot ascertain the causal agent
or degree of human exposure.

Case reports (3) describe a particular effect in an individual or a group of individuals who were
exposed to a substance. They may be particularly relevant when they demonstrate effects which
cannot be observed in experimental animal studies.

When they are already available, well-conducted controlled human exposure studies (4) in
volunteers, including low exposure toxicokinetics studies, can also be used in risk assessment in
some rare cases. However, few human experimental toxicity studies are available due to the
practical and ethical considerations involved in deliberate exposure of individuals. Such studies,
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e.g. studies carried out for the authorization of a medical product, have to be conducted in line
with the World Medical Association Declaration of Helsinki, which describes the general ethical
principles for medical research involving human subjects (World Medical Association, 2000).

Experimental human toxicity studies must not be conducted specifically for the purpose of
inclusion on to Annex I, IA or IB of the Biocidal Products Directive.

Criteria for a well-designed study include the use of a double-blind study design, inclusion of a
matched control group, and an adequate number of subjects to detect an effect. The results from
human experimental studies are often limited by a relatively small number of subjects, short
duration of exposure, low dose levels resulting in poor sensitivity in detecting effects.

It is emphasised that testing with human volunteers is strongly discouraged, but when there are
good quality data already available they should be used as appropriate, in well justified cases.

3.2.2.3 In vitro data

It can be expected that some of the available data for existing substances will have been derived
from studies conducted in vitro - the basic (and perhaps additional) studies on genotoxicity, for
example. There may also be data from in vitro studies on, for instance, metabolism and/or
mechanisms of action (including studies in cell cultures from different species); dermal
absorption (which may also be for different species) and various aspects of toxicity (e.g. tests for
cytotoxicity in different types of cells; macromolecule binding studies; tests using embryo culture
systems; sperm motility tests). For any of these studies, their usefulness will be influenced by their
adequacy in the light of some of the general criteria already discussed, e.g. how well the study is
reported, how well the test substance is characterised and to what extent the data requirements of
the EU Annex V method have been met for the endpoint under consideration.

However, there are also some criteria which need particular attention when assessing the
adequacy of in vitro studies, e.g.:

. the range of exposure levels used, taking account of the toxicity of the substance towards the
bacteria/cells, its solubility and, as appropriate, its effect on the pH and osmolality of the
culture medium,;

« whether, for volatile substances, precautions have been taken to ensure the maintenance of
effective concentrations of the substance in the test system;

«  whether, when necessary, an appropriate exogenous metabolism mix (e.g. S9 from induced
rat liver or from hamster liver) has been used;

«  whether appropriate negative and positive controls were included as integral parts of the tests;

«  whether an adequate number of replicates (within the tests and of the tests) was used.

3.2.24 Relevance of data

In order to evaluate the relevance of the available data, it is necessary to judge, inter alia, if an
appropriate species has been studied, if the route of exposure is relevant for the population and
exposure scenario under consideration and if the substance tested is representative of the
substance as supplied. To be able to assess the latter it is necessary that the substance is properly
identified and any significant impurities described.
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Relevant human data of an adequate quality can, of course, sometimes be the best available data
but, more frequently, the available human, animal and other data are considered together in order
to reach a conclusion about the relevance to humans of effects observed in studies in animals.

The evaluation of the relevance for humans of data from studies in animals is aided by use of
data on the toxicokinetics, including metabolism, of a substance in both humans and the animals
species used in the toxicity tests, when they are available, even when they are relatively limited.
Clear, well-documented evidence for a species-specific effect/response (e.g. light hydrocarbon-
induced nephthropathy in the kidney of male rats) should be used as justification for the
conclusion that a particular effect is not expected to occur in humans exposed to the substance.

In the absence of such information (on the substance itself or, if it can be scientifically justified,
on a close structural analogue), “threshold” adverse effects observed in studies in animals will
normally be assumed to be likely to occur also in humans exposed to the substance above a
certain level of exposure.

In any case, the dose-response relationships in the animal studies (or the severity of the effect,
when only a single dose was tested) are also assessed as a part of the risk assessment process. These
assessments are taken into account at the risk characterisation stage when a judgement is made of
the likelihood of occurrence of an adverse effect in humans at a particular level of exposure.

Interpretation of the relevance of data derived from tests conducted in vitro should be taken into
account whether the results seen have been observed, or could be expected to occur (e.g. from a
knowledge of the toxicokinetics of the substance) in vivo. According to the validation procedures
established by the European Centre for the Validation of Alternative Methods (ECVAM), the
relevance of an alternative (non-animal) test, such as an in vitro test, is assessed according to the
scientific basis of the test system (scientific relevance) and to the predictive capacity (predictive
relevance) of the prediction model, which is an algorithm for extrapolating from in vitro data to
an in vivo endpoint (Worth and Balls, 2001).

In general, the results of in vitro tests provide supplementary information which may, for
instance, be used to facilitate the interpretation of the relevance for humans of data from studies
in animals, or to gain a better understanding of the mechanism of action of a substance.

Although in vitro data alone are rarely of direct relevance for humans, highly electrophilic
substances which give positive results in genotoxicity tests conducted in vitro may be of concern
with regard to their potential to be mutagenic in humans at the initial site of the contact (e.g. the
skin or respiratory tract). The special case of interpretation of data from in vitro tests for
genotoxicity is addressed in Section 3.10.

3.2.25 (Quantitative) structure-activity relationships ((Q)SARs)

When data do not exist for a given endpoint, or when data are limited, the use of Structure-
Activity Relationships (SARs) may be considered. It should be noted that SAR techniques and
methods, particularly for Quantitative Structure-Activity Relationships (QSARs) are not well
developed in relation to mammalian toxicology. The SARs which are used for the risk
assessment purpose are usually more of the “expert judgement” type.

SARs may be of value in indicating a potential hazard, toxicokinetic properties or the need for
further testing. Additional comments are given in Chapter 4: Use of (Q)SARs. Validated QSARs
may be available for some physico-chemical properties relevant for risk assessment (see Chapter 4).
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33 EXPOSURE ROUTE AND DURATION

3.3.1 Introduction

The route, duration and frequency of human exposure to a substance during normal use (and, as
appropriate, reasonably foreseeable other uses) need to be taken into account when evaluating
the data on hazard identification: hazards which may not be expressed under one exposure
scenario may become apparent under another.

When no reliable or adequate toxicity data are available for a relevant route of human exposure,
but are available for another route, the possibility of using route-to-route extrapolation may be
considered. Route-to-route extrapolation is defined as the prediction of an equivalent dose and
dosing regime that produces the same toxic endpoint or response as that obtained for a given
dose and dosing regime by another route (Pepelko and Withey, 1985). In general, route-to-route
extrapolation is thought to be a poor substitute for toxicity data obtained using the appropriate
route of exposure. Nevertheless, in the section below, a procedure for route-to-route
extrapolation is described.

Similarly, the data available may only have been obtained from tests of short duration, not
reflecting the long-term duration of human exposure. This issue is outlined very briefly below,
and is discussed further in Section 3.9 on repeated dose toxicity, where a strategy for the
assessment of the subacute, subchronic and chronic toxicity of substances is discussed.

3.3.2 Route of exposure

A strategy for selecting the appropriate route of exposure for toxicity testing is presented in
Appendix V.

3.33 Route-to-route extrapolation

When route-to-route extrapolation is to be used, the following aspects should be carefully
considered:

a. nature of effect: route-to-route extrapolation is only applicable for the evaluation of systemic
effects. For the evaluation of local effects after repeated exposure, only results from toxicity
studies performed with the route under consideration can be used.

b. toxicokinetic data (absorption, distribution, metabolism and excretion): The major factors
responsible for differences in toxicity due to route of exposure include (see also Section 3.5):

- differences in bioavailability (absorption)
- differences in metabolism (a.o. first pass effects)
- differences in internal exposure pattern (kinetics).

In practice, relevant data on kinetics and metabolism, especially after dermal and inhalation
exposure, are frequently missing. As a consequence, corrections can only be made for
differences in bioavailability.

There are some pragmatic approaches in order to calculate a NAEL (or LAEL) by extrapolation,
when specific data are not already available. This No-Adverse-Effect-Level (NAEL) can be used
to facilitate decision taking with regard to the potential need to ensure control of exposure, or to
obtain further data, for a particular route of exposure. The methods described below are for
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extrapolating from oral toxicity data since this is the route most often used for repeated dose
toxicity studies in animals. A number of publications are available which provide guidance on
route-to-route extrapolation (e.g. Pepelko and Withey, 1985; Pepelko, 1987; Sharratt, 1988;
Vermeire et al., 1993; ECETOC, 1994a).

It should be noted that insight into the reliability of the current methodologies for route-to-route
extrapolation has not been obtained yet (Wilschut et al., 1998).

3.3.3.1 Approximate dermal NAEL from oral NOAEL

Unless there are data that contraindicate route-to-route extrapolation (e.g. the oral LDsy is much
greater than the dermal LDs), it can be assumed that the NOAEL for repeated dose toxicity
studies is the same for both routes on a mg-kg"-day” basis. Dermal absorption is mostly less
than, or no more than equal to, oral absorption and generally dermal absorption is slower than
oral absorption (especially after gavage application). Extrapolation therefore errs on the side of
caution. In case data on dermal absorption are available and/or in case data from dermal
absorption studies exist, the available information should be used in the light of Annex B of
Section 3.5, including the use of default values of 10 and 100% dermal absorption.

3.3.3.2 Approximate inhalation NAEL from oral NOAEL

One of the commonest problems in route-to-route extrapolation relates to inhalation exposure of
humans when there is a lack of toxicity data for this route. For highly volatile substances or
highly respirable substances (e.g. those with a high percentage of particles <5 um), LCso and oral
LDsy values should be available from experimental studies. From the inhalation LCsy value
(concentration inhaled) the equivalent inhalation LDsy (dose absorbed) value can be calculated
by assuming a percentage value for absorption via the lungs (values of 75% to 100% are
commonly used) and taking into account the respiration rate and body weight. If the inhalation
absorption value is known, this should be used. The ratio of the calculated inhalation LCs, value
to the measured oral LDso value can then be used to estimate the inhalation NAEL from the oral
NOAEL. The use of LCsy and LDsg values is only possible if the cause of death is comparable
and even then uncertainties remain.

An alternative approach which could be used in the absence of an LCs, value is to convert an
oral repeated NOAEL to an approximate inhalation NAEL using the physiological parameters
above (see also Section 3.5). This method will gain relevance especially for new substances
as the standard acute LDs(/LCs, tests probably will not be available in the future (see also
Section 3.6).

3.34 Duration of exposure

Differences in duration of exposure between the exposed humans and the studies from which
toxicological data are available may, in part, be addressed when considering the acceptability
(for the situation of interest) of the exposure/NOAEL ratio: it is assumed that, often, the NOAEL
will decrease as the duration of exposure in the toxicity study increases. In addition, it is
necessary to take account of the possibility that a study of longer duration may reveal a target
tissue/organ/system which was not affected in a relatively short-term study. Relevant
toxicokinetic data (e.g. tissue distribution studies following exposure via the route of interest)
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should be used to help in making decisions about the need for further testing. (Vermeire et al.,
1993; ECETOC, 1994a).

3.4 DOSE-RESPONSE ASSESSMENT

It is generally agreed that many of the adverse effects of health caused by substances are not
expressed until the substance, or an active metabolite, reaches a threshold concentration in the
relevant organ. Whether or not this threshold concentration is reached is related to the level of
exposure of the organism (human or test animal) to the substance: for a given route of exposure,
there will be a threshold exposure level which must be attained before effects are induced. The
threshold exposure dose or concentration may vary considerably for different routes of exposure,
and for different species because of differences in toxicokinetics and possibly also in
mechanisms of action. The observed threshold dose or effect level in a toxicity test will be
influenced by the sensitivity of the test system and is a surrogate for the true NAEL. It is usually
simply one of the doses or concentrations used in a repeated dose toxicity study identified as
described in the following paragraphs.

Unless a threshold mechanism of action is clearly demonstrated, it is generally considered
prudent to assume that thresholds cannot be identified in relation to mutagenicity, genotoxicity,
and genotoxic carcinogenicity, although a dose-response relationship may be shown under
experimental conditions.

The NOAEL identified in a particular test will be simply the highest dose level or concentration
of the substance used in that test at which no statistically significant adverse effects were
observed, i.e. it is an operational value derived from a limited test. For example if the dose levels
of 200, 50, 10 and 5 mg-kg ' -day™ of a substance have been used in a test and adverse effects
were observed at 200 and 50 mg-kg'-day’ but not at 10 or 5 mg-kg-day”, the derived
NOAEL will be 10 mg-kg"-day™. Thus, the NOAEL and LOAEL (lowest observable adverse
effect level) values for a given study will depend on the experimental study design, i.e. the
selection of dose levels and the spacing between doses.

If there are several studies addressing the same effects from which different NOAELSs could be
derived, normally the lowest relevant value should be used in the risk characterisation. When it is
not possible to identify the NOAEL in a repeated dose study, the “lowest observed adverse effect
level” (LOAEL) should be used in the risk characterisation.

If a NOAEL becomes available subsequently, from another test, the risk characterisation should
be re-addressed and revised, if necessary, in the light of the new information.

The sensitivity of a study, (which is related to the toxicological endpoint, the potency of the toxic
substance, the exposure period and frequency, the variability within the species, the number of
dose groups, the number of animals per dose group) may limit the extent to which it could be
possible to derive a reliable NOAEL from a particular test. In these cases where it is impossible
to derive a NOAEL, at least a LOAEL should be identified.

It is recognised that the NOAEL is not very accurate with respect to the degree to which it
corresponds with the (unknown) true NAEL. Also, the data obtained at one dose (NOAEL) are
used rather than the complete dose response data set (Woutersen et al., 1997). In case sufficient
data are available, the shape of the dose response curve should be taken into account. In the case
of a steep curve the derived NOAEL can be considered as more reliable (the greater the slope,
the greater the reduction in response to reduced doses); in the case of a shallow curve, the
uncertainty in the derived NOAEL may be higher and this has to be taken into account in the risk
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characterisation stage. If a LOAEL has to be used in risk characterisation, then this value can
only be considered reliable in the case of a very steep curve. In response to the general call for
consideration of the dose response curve as a whole rather than to use only the data obtained at
one dose (NOAEL) for risk characterisation, alternatives for dose-response assessment have
been proposed such as the benchmark dose concept and categorial regression.

In categorial regression (Hertzberg, 1989) toxicological responses are translated into ordered
categories of progressive effects: e.g. no effects, non-adverse effects, mild to moderate adverse
effects, and severe or lethal effects. The output of such a model is an estimation of the
probability of occurence of an effect worse than a given category, given a particular dose and
duration.

One of the most promissing alternatives proposed is the Benchmark concept (Crump, 1984;
Gaylor, 1988; US EPA, 1995; Slob and Pieters, 1998). In the Benchmark approach, a dose-
response curve is fitted to the complete experimental data for each effect parameter. On the basis
of the fitted curve, the lower confidence limit on the dose at which a predefined critical effect
size is observed (i.e., the dose at which adverse effects start to arise) is defined as the Benchmark
dose.

Advantages of this approach over the NOAEL are:

. the Benchmark dose is derived using all experimental data and reflects the dose-response
pattern to a greater degree;

. the Benchmark dose is independent of predefined dose levels and spacing of dose levels;

« the Benchmark approach makes more reasonable use of sample size, with better designs
resulting in higher Benchmark doses.

A disadvantage of this new method is the uncertainty with respect to the reliability of the
approach in case results are obtained from toxicity studies performed according to the
requirements defined in current guidelines (EU Annex V methods, OECD guidelines,). For the
derivation of reliable dose-response relationships, the classical study design of three dose groups
and a vehicle control group is far from ideal, especially if one considers the unfavourable
possibility that in a particular experiment, adverse effects may be identified only at the highest
dose level. An improved benchmark model fit would be possible by increasing the number of
dose groups without changing the total number of animals in the test.

The concept of the Benchmark approach needs further development particularly in the following
areas:

- optimisation of study design (Slob, 1999);

« predefinition of internationally accepted Critical Effect Sizes for each toxicological
parameter (sufficiently based on biological, physiological and toxicological knowledge);

. development of specific dose response analyses for different types of experimental data
(continuous, categorical and quantal) (Slob and Pieters, 1998).

However, such a change in study design would generally no longer allow a proper derivation of a
NOAEL. Thus, in practice, the NOAEL and the benchmark concepts appear to be incompatible.

For the time being, determination of a NOAEL is mandatory for the risk assessment in the EU.
Nevertheless, the benchmark dose method can be used parallel to derivation of a NOAEL (US
EPA, 1995; Barnes et al., 1995; Slob, 1999; Vermeire et al., 1999). Especially in cases where a
NOAEL cannot be established for the selected toxicological endpoint because only a LOAEL is
available, benchmark modelling is considered to be preferable over LOAEL - NOAEL
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extrapolation using more or less arbitrary assessment factors. Since generally accepted Critical
Effect Sizes have not yet been established, one may consider postulating a default critical effect
size (e.g. 5% over the background level for continuous endpoints). In any case, the chosen value
should always be derived in a transparent way using the whole toxicological profile of the
substance. Benchmark dose software (BMDS) is available from the US EPA Internet Site

(Www.epa.gov).

It is usual to derive a NOAEL on the basis of effects seen in sub-acute, sub-chronic, chronic and
reproductive toxicity tests. However, for acute toxicity, irritation and skin sensitisation it is
rarely possible to derive a NOAEL, particularly on the basis of EU Annex V methods, because
of the design of the studies used to evaluate these effects.

For acute toxicity, substances which will be considered in the risk characterisation, will have
been classified on the basis of an LDsy or LCsy value (or the discriminating dose if the Fixed
Dose Procedure was used or the result of the Acute Toxic Class Method). These values give an
indication of the relative lethal potency of the substances, and, where appropriate, the slopes of
the dose-response curves indicate the extent to which reduction in exposure will reduce lethality:
the steeper the slope, the greater the reduction in lethality for the same incremental reduction in
exposure. It is not usually possible to derive a meaningful NOAEL from a test for acute toxicity.

The biocides legislation operates with a concept of acute reference dose. For detailed description
see TNsG on Annex I Inclusion (2001).

Skin, eye and respiratory tract irritation are effects for which there are expected to be thresholds
of substance concentration below which the effects will not be manifested. However, EU Annex
V skin and eye irritation studies are conducted using a single amount of the undiluted substance
(solids are moistened for the skin irritation study) so it is not possible to define N(L)OAELs on
the basis of these. There is no Annex V method for respiratory irritation: if human experience is
used to classify a substance as a respiratory irritant, it may be possible to derive a NOAEL from
measured or estimated exposure levels.

The usual tests for skin sensitisation as carried out in the guinea pig employ only a single
(maximised) concentration of the substance during the induction phase, and there is no EU
Annex V method for respiratory sensitisation so definition of N(L)OAELs is not possible for
skin or respiratory sensitisation. The local lymph node assay is carried out using multiple
concentrations. Dose-response information, provided by the local lymph node assay may be
useful in the risk characterisation for this end-point, in particular classification of sensitisers in
categories of weak, moderate, or strong sensitisers (Van Och et al., 2000). It is currently not
possible to identify an elicitation dose or concentration of a sensitising substance below which
adverse effects are unlikely to occur in people already sensitised to a substance.
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35 TOXICOKINETICS

3.5.1 Introduction

Data on the toxicokinetics of a substance can be very useful in the interpretation of toxicological
findings and hence in the risk assessment process. Information on the fate of a substance in the
organism is required to relate exposure to effects. Route-to-route or interspecies extrapolations
may be possible on the basis of internal exposure data, which may replace the use of some
default extrapolation factors. In addition, this may also enable sensitive sub-populations who
may be at particular risk to be taken into account in the risk assessment by evaluating
interindividual differences. In conjunction with information on the relationship between
concentration/dose at the target site and the toxic effect, toxicokinetic information may be an
important tool for extrapolation from high to low dose effects. Toxicokinetic data can be used to
make informed decisions on further testing. In specific circumstances, valid toxicokinetic data
may be used to support derogation statements. For example, proof that a substance is not
systemically available may be considered as part of a justification for non-conduct of further
testing, e.g. reproductive toxicity tests. Uses for toxicokinetic data in relation to mutagenicity
testing are discussed in Section 3.10.

3.5.2 Definitions

The term toxicokinetics is used to describe the time-dependent fate of a substance within the
body. This includes absorption, distribution, metabolism and/or excretion. The term
toxicodynamics means the process of interaction of chemical substances with target sites and the
subsequent reactions leading to adverse effects. The toxicodynamic effect is driven by the
concentration at the effect site(s) directly or indirectly and may be reversed or modified by
several factors (e.g. repair mechanisms for DNA damage, compensatory cell proliferation).

3.5.3 Objectives for investigating the toxicokinetics of a substance

Toxicokinetic studies are designed to obtain species-, dose-, and route-dependent data on the
concentration-time course of parent compound and its metabolites, e.g. in blood, urine, faeces
and exhaled air. From these data toxicokinetic parameters can be derived by appropriate
techniques. The information which can be taken from in vivo/ex-vivo toxicokinetic studies is:

Primary information:

- the concentration-time profile of the substance/metabolites in blood (plasma), tissues and
other biological fluids, such as urine, bile, exhaled air and the volume of the excreted fluids
if appropriate;

- protein binding and binding to erythrocytes (if relevant) (in vitro/ex vivo studies).

Derived information:

- rate and extent of absorption and bioavailability;

- distribution of the substance in the body;

- biotransformation;

- rate and extent of presystemic (first pass) and systemic metabolism after oral and inhalation
exposure;

- information on the formation of reactive metabolites and possible species differences;
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- rate and extent of excretion in the urine, faeces, via exhalation, and, other biological fluids
(e.g. milk, bile, sweat, etc);

- half-life and potential for accumulation under repeated or continuous exposure;

- information on enterohepatic circulation.

Enterohepatic circulation may pose particular problems for route-to-route extrapolation since the
fraction of the compound undergoing enterohepatic recirculation after oral administration may be
greater than after non-oral administration. This will result in an AUC (area under the
blood/plasma concentration vs time curve, representing the total amount of substance reaching
the plasma) which reflects both absorption/systemic availability of the compound and the extent
of recirculation. As the relative extent of target organ exposure following different routes of
exposure is often calculated from the ratio of AUCs, target organ exposure after oral exposure
may be overestimated.

It is helpful to have information for the (expected) exposure route(s) in humans (oral, inhalation,
dermal) at appropriate dosing level(s). From the plasma/blood concentration time profile and
from the excretion over time it can be calculated whether the substance will accumulate when
given repeatedly or continuously. However, it is only possible to make this extrapolation for
substances that have linear kinetics. Hence, if information on the potential for a substance to
accumulate is important for the risk assessment, it will be necessary to gather data from studies
with repeated dosing regimes. Conducting toxicokinetics studies in more than one species will
enable the presence or absence of interspecies differences to be assessed. In the absence of in
vivo data some of the toxicokinetic data may be derived from in vitro experiments. These include
parameters of metabolic steps, such as Vmax, Km, intrinsic metabolic clearance, as well as skin
permeation rate and distribution coefficient. Physiologically based toxicokinetic modelling
techniques may be used to simulate the concentration-time profile in blood and at the target site.

3.54 Data requirements

For new substances notified under Directive 67/548 at the 1 tonne per annum supply level the
data requirement is for an “assessment of the toxicokinetic behaviour of a substance to the extent
that can be derived from base set data and other relevant information”. Guidance on how to carry
out such an assessment is provided in Annex A. When such substances reach the level 1 supply
tonnage the requirement is for “basic toxicokinetic information”. At the level 2 supply tonnage
the requirement is for “studies which cover biotransformation and toxicokinetics”. For existing
substances, the basic data requirements specified in Article 9 (2) of Regulation 793/93 are for
information on toxicokinetics as specified in Annex VII A of Directive 67/548.

For biocides the following requirements have to be fulfilled:

. irrespective of the supply tonnage a comprehensive toxicokinetics study including
elucidation of the metabolism should be conducted;

. furthermore a study on dermal absorption is required;

« for existing substances relevant information that satisfies part or all of these data
requirements may be obtained from pre-existing studies that may or may not have been
conducted to current regulatory standards.
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3.5.5 Types of studies to be used in risk assessment

3.5.5.1 Introduction

Certain tests for studying toxicokinetics of substances in vivo are described in Annex V to
Directive 67/548. Other approaches could be considered or, for existing substances, may already
be available including predictive and modelling approaches, data gathered from in vitro test
systems and data gathered from studies in vivo, including humans. As stated in the OECD
guideline 417 “Flexibility, taking into consideration the characteristics of the substance being
investigated is needed in the design of toxicokinetic studies”.

3.5.5.2 Predictive and modelling approaches (QSAR/SAR)

Preliminary predictions can be made by using physico-chemical data if no other information is
available (See Appendix IV A for details). Also elaborate computer programs are available that
make predictions about, for example, dermal penetration or metabolic pathways. However, these
systems have often not been extensively validated against appropriate experimental data and it is
not always certain if the results genuinely reflect the situation in vivo. On this basis, modelled
data should only be used for risk assessment purposes where it is supported by other strands of
evidence. For discussion of the available tools see: Ekins et al. (2000). Appendix IV B provides
information on predictive systems for dermal penetration.

3.5.53 In vitro approaches

In recent years, several types of in vitro approaches have been developed to assess the absorption
and metabolic pathways of substances.

There are several experimental in vitro tests available which are used for the prediction of

1) absorption

a) extent of oral absorption: isolated organs, cell cultures in monolayer, e.g. CACO?2 cells;

b) extent of absorption through the alveoli of the lungs:- isolated organs, cultures of alveolar
cells in monolayer;

c¢) dermal absorption (TNO-reports V 97.528 “The applicability of in vitro test results for
estimation of dermal absorption in humans for occupational risk assessment in
registration”, V 98.356 “Principles for study protocols addressing the dermal absorption
of pesticides”, V 98.1237 “Guidance document on the estimation of dermal absorption
according to a tiered approach: an update™).

2) metabolism
a) isolated organs,
b) tissue slices,
¢) primary and secondary cell cultures,
d) cell fractions,
e) purified enzymes,
f) reconstituted systems,
g) recombinant enzymes
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Ex vivo systems derived from animals and from human organs have been used to investigate the
in vitro metabolism of xenobiotics. Cell lines which are transfected to express species, specific
metabolic enzymes, are an additional tool to be used to identify the enzymes involved in the
metabolism of a specific substance. Blocking the metabolism by an enzyme specific substrate or
by antibodies is helpful for the identification of the enzymes involved in the metabolism.
Advantages and disadvantages of the different systems are under discussion (Tucker et al., 2001).

The in vitro approaches will give qualitative and under special circumstances, also, quantitative
information. Information from in vitro experiments, in particular data on in vitro metabolism, has
been used in PBTK models (Physiologicaly Based ToxicoKinetic models) (see Section 3.5.8).
The quantitative use of data derived from in vitro test systems should be very carefully considered
in the risk assessment process until such approaches have been appropriately validated. For
validation procedures see Curren et al. (1995), Balls and Karcher (1995), OECD (1996).

3.5.54 Studies in animals

Toxicokinetic studies in animals should be performed and reported so that it is clear how the
study was planned, executed, analysed and reported. It is acceptable to perform toxicokinetic
studies as stand-alone studies or in the course of a repeated dose toxicity study albeit in
additional groups of animals, so-called satellite groups in which no toxicity endpoint is
investigated. For an assessment of kinetics, blood samples have to be collected at time intervals
which allow for a description of the whole plasma concentration time course, including the
absorption, distribution and elimination phase. Care has to be taken to cover the time period in
the first hours after administration to cover the absorption phase. If measurements of parent
compound and metabolite/s are made in this period this will allow the assessment of an extensive
first pass effect. In order to obtain a reliable estimate for AUC after single administration it is
required to take blood samples for 3 - 5 half-lives. For the assessment of kinetics at steady state
which is reached after 4 to 6 half-lives, blood can be drawn at several occasions.

As an alternative to the toxicokinetic study, in which the whole concentration time profile is
measured in the individual animal, it is recommended to consider sparse data sampling protocols,
in particular in cases in which the constraints of the analytical method require high amounts of
blood to be taken. Sparse data sampling will provide the relevant information when specific
statistical techniques are used whereby a data analysis is performed in which the data from
several animals are combined. In addition to the kinetic parameters which can be obtained (see
Section 3.5.3), it is possible to search for relevant factors to explain intraspecies variability such
as sex, age, strain, enzyme induction, nonlinearity etc. Sparse data sampling protocols combined
with the adequate statistical analysis is given preference over the analysis of pooled data or the
use of pooled blood.

Nonlinearity can be assessed by comparing the relevant parameters, e.g. AUC, after different
doses or after single and repeated exposure. Whereas dose dependency may be indicative of
saturation of enzymes involved in the metabolism of the compound, an increase of AUC after
repeated exposure as compared to single exposure may be an indication for inhibition of
metabolism and a decrease in AUC may be an indication for induction of metabolism. By using
the sparse sampling approach, assessment of kinetics in the same animals used for toxicological
testing may be considered, thus allowing for concomitant assessment of both toxicokinetic and
toxicodynamics (Aarons et al., 1997; Ette et al., 1994; Meineke et al., 1998; Nedelman et al., 1993).
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3.5.5.5 Studies in humans

For existing substances toxicokinetic data may be available from studies using human volunteers
or might be derived from studies in working populations. When interpreting such data, care must
be taken to ensure that exposures have been adequately characterised. Data on the substance and
its metabolites in urine/plasma/blood can be used to identify metabolic pathways of the
substance.

Data derived from the studies mentioned above are helpful to verify assumptions made in the
toxicokinetic interspecies extrapolation as the basis for the extrapolation of toxicological
findings from animals to humans. Because of the specific questions to be addressed no general
recommendation can be given and the study design should be tailored to the specific needs.
Toxicokinetic information from humans may also be used to derive appropriate biological
monitoring strategies for risk management.

3.5.6 Assessment of the data

When analysing the results of in vitro or in vivo toxicokinetic studies the following points should
be considered:

Analvtical method

The analytical method is important for the interpretation of the data. It should be validated
according to current standards (specificity, precision, lower limit of quantitation (LLQ),
variability, recovery, and in the case of immunoassay, the cross reactivity of the parent
compound and its metabolites). It is self evident that there is a need for a calibration curve, and
internal or external standards. If the concentration has been measured with an unspecific method
such as total radioactivity this limits the information that can be derived from the study. It is in
particular critical to note that measurements of total radioactivity will include parent compound
and those metabolites that retain the radiolabelled atom(s). Hence, strictly speaking, it is not
possible to determine the plasma half-life for a substance based on the plasma/blood
concentration time profile of total radioactivity. However, the information which can be derived
from data on total radioactivity is a mixed half-life of the parent compound and the
metabolite(s). Moreover, comparing AUCs after application by different routes may give a hint
on the relative extent of exposure provided that the presystemic elimination is not different. The
main information which can be derived from unspecific measurements is whether the substance
and/or its metabolites is/are available to the systemic circulation after oral, dermal etc.
administration and whether the substance or its metabolites is/are mainly excreted by urine or by
bile. If the radiolabel is followed in the excreta, the information is helpful for information on the
mass balance of a compound. In general, if not specifically used, the use of an immunoassay has
the same drawbacks. In some cases, because of the constraints of the chemical methods, pooled
plasma/blood from several animals is analysed for concentration. The resulting data are hard to
interpret as they represent a mixture of concentrations in several animals. However, if different
dose groups have been studied they may give some information, at least in studies with repeated
administration at steady state, on dose-linearity.

Timing of blood samples (applies only for in vivo studies)

If after single dose administration the blood samples are not collected at time intervals which
allow for a description of the whole plasma concentration time course, including the absorption,
distribution and elimination phase, the information obtained is limited. In particular, data should
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be available in the first hours after administration to cover the absorption phase. If measurements
of parent compound and metabolite/s are made in this period this will allow assessment of an
extensive first pass effect. In order to obtain a reliable estimate for AUC after single
administration it is required to have blood samples for 3 - 5 half-lives. In some cases, blood has
been drawn in the animals only at few, but different time points. This “sparse” data sampling
may give relevant information if adequate statistical methods are applied to analyse the data (so-
called population approach). Naive pooling of the data is an inadequate method of analysis.

From a single dose study, the relationship between elimination half-life and dosing interval can
provide an indication for the potential of the substance to accumulate. For example, if the half-
life is 12 hours and the dosing interval is 24 hours, the compound will accumulate only slightly
because within the dosing interval of two half-lives 75% of the compound is excreted whereas
25% remains in the body. In contrast, for a compound with a half-life of 60 hours and a dosing
interval of 24 hours accumulation will be high. In this case, under repeated or under continuous
administration the concentration in blood and in the tissues, including the target site will increase
until steady state is reached which is after 6 half-lives.

It is helpful when data are available to enable comparison of the plasma concentration time
profile after single administration with that after repeated administration. This would enable
determination of whether the substance has time dependent kinetics (due to induction of
metabolism, inhibition of metabolism and/or accumulation and saturation of processes involved
in distribution, metabolism and excretion). As kinetic studies with repeated administration are
cumbersome to perform, it might be considered to extend the protocols for repeated dose toxicity
testing by implementing blood sampling or by using satellite groups in order to address specific
questions for individual chemicals, e.g. blood/tissue sampling to investigate enzyme induction.

Experimental conditions for in vitro systems

Presently, an official draft procedure exists for in vitro testing which is the guideline on
transdermal absorption (OECD, 2000c). Formal validation procedures have been described in the
ECVAM document on validation (Curren et al., 1995) and the corresponding OECD paper
(1996). However, the only in vitro method to undergo such a validation process so far has been
the above mentioned transdermal penetration method. However, in the field of absorption and of
in vitro metabolism there are several systems in use for which extensive scientific information is
available, thus providing reassurance that these systems may be used to give qualitative and
quantitative information (see Pelkonen et al., 2001; Tucker et al., 2001).

3.5.7 Use of toxicokinetic data in risk assessment

General remarks

The primary endpoint of the kinetic studies is the concentration time profile of the substance in
plasma/blood and other biological fluids as well as in tissues after single and/or repeated
administration. The excretion rate over time and the amount of metabolites in urine and bile are
further possible primary endpoints of kinetic studies, sometimes providing information on the
mass balance of the compound.

From the primary data, clearance and half-life can be derived by several methods, such as model-
dependent and model-independent methods e.g. compartmental, non-compartmental analysis.
From the excretion rate over time and from cumulative urinary excretion data and plasma/blood
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concentration measured during the sampling period renal clearance can be calculated. The same
holds true for the biliary excretion.

Further refinements of methods require more elaborate models with explicit or implicit
assumptions and defaults e.g. PBTK models which may also provide modelled information on
the target concentrations/amounts.

As toxicological information is not always provided for all routes of possible exposure,
toxicokinetic information may be helpful to bridge this gap. In most cases, toxicokinetic data are
available in the species in which the toxicological studies have been performed. However, the
toxicological risk assessment is done with the aim of predicting the toxicological effect of the
compound under assessment in human beings. Toxicokinetic information in man, even if sparse,
is helpful in the process of extrapolation. In this respect, in vitro data from human tissue/ primary
and secondary cell cultures/cell fractions/purified enzymes/reconstituted systems/recombinant
enzymes, are helpful tools, in particular if used as input into PBTK modelling.

Relative extent of absorption/systemic availability/internal exposure

Absolute systemic availability can only be calculated by comparing AUC after oral, inhalation,
dermal etc administration with the AUC after direct administration into the systemic circulation,
e.g. after intravenous administration. In addition, cumulative urinary excretion of the unchanged
substance may be used to obtain the lowest estimate of the amount that must have been in the
systemic circulation before being excreted by the kidneys. When radiolabeled substance has been
used, the observation that 100% of the radioactivity given is excreted in the urine does not mean
that 100% of the parent compound is systemically available. This is because a proportion of the
parent compound may have undergone presystemic (first pass) metabolism. In most of the cases,
it is not relevant for risk assessment to know the absolute systemic availability.

It may be useful for route-to-route extrapolation to estimate the relative systemic availability of a
substance for different routes of exposure. Providing that the substance does not undergo first
pass metabolism and there is no evidence of saturation of metabolic processes across the dose
range of interest, relative systemic availability can be determined by comparing the AUCs for
different routes of administration. Assuming that the amount of the toxicologically active moiety
that is present at the effect site is proportional to the systemic availability of that substance, it is
then possible to infer the dose-response relationship for an effect for one route of administration
using data derived from another route. Note that it is not possible to make such inferences for
substances that undergo extensive first pass metabolism by one or more routes of administration
or that show dose-dependent kinetics.

In cases where the data provide sufficient proof that the substance is not bioavailable, e.g. no
plasma/blood concentrations were measurable using a sensitive method and no parent compound
or metabolites could be detected in urine, bile or exhaled air, it may be possible to consider non-
conduct of certain extensive animal tests, for example reproductive toxicity or carcinogenicity
studies.

Distribution/accumulation

Distribution, including accumulation of a substance will be the same irrespective of the route of
administration. However, distribution and accumulation at the site of application (inhalation,
oral, dermal) may depend on the route. For example, administration of a substance by inhalation
may lead to deposition of a proportion of the dose in the upper respiratory tract and may cause
local toxic effects, in particular after repeated/continuous administration. In such cases local
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accumulation may occur and may be responsible for tissue damage and its consequences. In
these cases, systemic toxicokinetic behaviour of the substance may be of limited relevance for
the risk assessment.

It is generally not crucial for risk assessment to determine the precise tissue distribution profile
for a substance. In certain special cases, however, specific tissue distribution studies may assist
or even be essential for the interpretation of available toxicological data. For example, in some
cases it may be of interest to know whether the substance will cross the blood/brain barrier or
will accumulate in specific tissues.

Metabolism

Knowledge of the rate and extent of metabolism and the metabolic enzymes involved will
support interspecies extrapolation. For example, the ability to compare data from animals with
that from humans will enable data-derived factors instead of default values to be used for
interspecies extrapolation. In addition, knowledge of intraspecies variations in metabolic
capacity will help to assess margins of safety which is an important factor in decisions
surrounding the need for risk reduction measures. Knowledge of the metabolic profile of a
substance may also help to build up a mechanistic model of action or at least may allow a mode
of action to be ascertained. Whereas the systemic metabolism is the same irrespective of the
route of administration, presystemic and local metabolism at the site of administration differs
and this may be relevant from a toxicological perspective.

Blocking the metabolism by an enzyme-specific inhibitor or using “knockout” animals which are
deficient for a selected enzyme or increasing the metabolic capacity by the use of specific
inducers will enable the role of metabolism in the toxicological behaviour of a substance to be
investigated. Identification of key enzymes may be important for substances metabolised by
enzymes for which there are functionally relevant genetic polymorphisms in humans (e.g.
CYP2D6, CYP 2C9, N-acetyltransferase, S-Glutathione-Transferase) since this will enable
susceptible subpopulations to be identified. This will also help to determine the effects of
concomitant exposure to other substances that share metabolic pathways.

The identification of enzyme-specific kinetic parameters (i.e. ki, Vmax and intrinsic clearance)
and their relative content in different organs will provide information on dose dependent
metabolism. For example metabolites arising from high affinity enzymes will predominate at low
doses whereas metabolites from low affinity enzymes will also be present when high doses are
administered.

Some substances may undergo first pass metabolism to such an extent that the parent compound
does not reach the systemic circulation. This finding could be used to support derogation
statements against further testing of the parent compound where appropriate data are available
for the relevant metabolites.

Excretion

The term route of excretion is understood to describe the way in which the parent compound and
its metabolites leave the body. A clear distinction should be made between parent compound and
metabolites because this will help to correlate the presence of the toxicologically active
compound (which might be the parent compound and/or the metabolite(s)) with the toxicological
effect. With the exception of those substances which leave the body by exhalation, the main
routes of excretion for parent compound and metabolites in rodents are in the urine and bile.
Metabolism, by for example the liver, is another quantitatively important way to clear the parent
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compound from the body, although it cannot be considered an actual route of excretion. In
humans biliary excretion is a minor route for most substances and their metabolites. Chemicals
may also be transported into the gut lumen by specific transporters in the cells lining the lumen
of the gastrointestinal tract. This may act to prevent systemic absorption in the case where a
substance is taken into the cells from the lumen of the gut and then directly excreted back.
Alternatively, substances and their metabolites may enter cells from the blood and then be
excreted into the gastrointestinal lumen. Knowledge of the main route(s) of excretion will enable
the identification of susceptible subpopulations such as subjects with impaired renal and/or liver
function, e.g. the elderly. This information will help to determine whether the margin of safety is
adequate or not. It may also enable substance-specific safety factors to be derived to replace
default values.

Substances and their metabolites may also be excreted in biological fluids such as saliva, sweat
and milk. Although the amounts excreted by these routes are relatively small, the presence of
substance in these fluids, particularly breast milk, may be the underlying cause of toxic effects.

3.5.8 PBTK-Modelling

Data from PBTK modelling are often presented to bridge data gaps between animals and
humans. Several models have been employed and may be useful. When assessing a PBTK model
it has to be considered what part of the model is supported by experimental data, what
assumptions have been made and where default values have been used. The criteria used to
determine the goodness of fit between the model and any experimental data should be
statistically valid and clear explanations should be provided to show how the model fits the
available experimental data. It may be helpful to seek statistical advice when evaluating and
assessing the information for risk assessment from a PBTK model. If PBTK models are used to
extrapolate from animals to humans the proposed model should be validated by data from
humans if this is available and extrapolations from the model should be within or close to the
range of experimental measurements used to validate the model.

If there is no validation of the model by data from humans, the PBTK model may be used to
support an interpretation of toxicodynamic data or toxicological findings rather than as a basis
for decision on human NAELs. As physiological data, e.g. inhaled air per unit of time, blood
perfusion etc. have a range of values modelling should preferentially be performed with across a
range of values and not with point estimates to determine the distribution of possible outcomes.
A safe level may then be defined as being e.g. the 95% CL of the estimate of a mean value or the
99% percentile of the whole distribution thus providing a basis for transparent decision making.
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3.6 ACUTE TOXICITY
3.6.1 Introduction
3.6.1.1 Definition of acute toxicity

The term “acute toxicity” is used to describe the adverse effects on health, which may result
from a single exposure to a substance, via the oral, dermal or inhalation route (see Directive
92/32 (7™ amendment of Directive 67/548), Article 2(2) (f), (g) and (h)). “Acute toxicity” as
used here excludes local irritant or corrosive effects arising from a single application of a
substance to the skin or eye, which are addressed in the next section. However, experience
gained through the notification of new substances has indicated a value in integrating the outputs
of testing for skin irritation and acute toxicity. These aspects are considered more specifically
under 3.6.2.1. Criteria for the classification of substances on the basis of lethal or irreversible
effects after a single exposure, or on the basis of the discriminating dose if the fixed dose
procedure has been used, are given in Directive 93/21.

3.6.1.2 Objectives of investigating the potential for substance-induced acute
toxicity

Generally the objectives of investigating the acute toxicity are to find out:

.  whether single exposures of humans to the substance of interest could be associated with
adverse effects on health; and/or

. in studies in animals, the lethal potency of the substance based on the LDs, the LCsy, the
discriminating dose and/or the acute toxic class; and/or

« what toxic effects are induced following a single exposure to a substance, their time of
onset, duration and severity (all to be related to dose); and

« when possible, the slope of the dose-response curve; and

«  when possible, whether there are marked sex differences in response; and

. to obtain information necessary for the classification and labelling of the substance for acute
toxicity.

In relation to the second bullet above, it should be mentioned, that there is a general objective to
move away from the induction of lethality in animal tests.

3.6.1.3 Information which would be obtained from Annex V tests for acute
toxicity

There are a number of methods available for investigation of acute toxicity in EU Annex V: the
(oral) fixed dose procedure (B.1 bis); the oral acute toxic class method (B.1 tris); the acute
inhalation toxicity test (B.2) and the acute dermal toxicity test (B.3). It should be noted that the
standard acute oral (LDso, B.1) test has recently been deleted from Annex V and will be removed
as an OECD guideline as well. Furthermore, the oral up-and-down method (OECD 425) may be
added to Annex V as a further test for acute toxicity.

From any of these tests, data should be acquired on any adverse effects occurring within a given
time (usually 14 days) after administration of single doses of the substance to the test animals.
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For the “standard” acute oral and dermal tests the LDsy should be determined except when the
substance causes no mortality at the limit dose (usually 2,000 mg-kg™). Similarly, for an acute
inhalation toxicity study the LCsy should be determined, unless no mortality is seen at the limit
concentration (5 mg/1/4 hr for aerosols and particulates, 20 mg/1/4 hr for gases and vapours). In
the fixed dose procedure, the discriminating dose (which is the highest of the pre-set dose levels
which can be administered without causing mortality) should be determined. For the acute toxic
class and the up-and-down methods the final dose used in the study should be determined
following the testing protocol except when the substance causes no mortality at the limit dose.

Whichever approach is used in determining acute toxicity critical information needs to be derived
from the data to be used in risk assessment. It is important to identify those dose levels with which
toxic signs are observed, the relationship of the severity of these with dose and the level at which
toxicity is not observed (i.e. the acute NOAEL). However, it should be noted that a NOAEL is not
usually determined in acute studies, partly because of the limitations in study design.

3.6.2 Data to be used in the effects assessment

3.6.2.1 Minimum data requirements

New substances

The minimum data requirements for new substances as specified in Annex VII A to Directive
67/548, are that the acute toxicity should be known for at least two routes of exposure, one of
which should be the oral route. Gases should be tested by the inhalation route. Any acute toxicity
tests must be conducted using EU Annex V methods.

Guidance for the choice of the second route of exposure is given in Appendix V of this
document. For volatile liquids (vapours) this would normally be via the inhalation route. The
dermal route of exposure has often been the choice of the second route for acute toxicity testing
for new substances. Considerable information has become available through the notification of
new substances on the value of this test method for assessing acute toxicity. A recent analysis of
the acute tests submitted for notification of new substances clearly indicated that little useful
extra information for classification was derived from testing for acute toxicity via the dermal
route (Indans et al., 1998). Of 438 new substances notified to the base set level (Annex VIIA), 90
were classified for acute oral toxicity. Of these only four were found to express acute toxicity via
the dermal route and in three cases the classification was no more severe than via the oral route.
In all cases the substances were also found to be corrosive. These data provide clear evidence of
the limited value for the routine use of the acute dermal study. With respect to inhalation
exposure, such studies are more demanding technically and may not be appropriate if the
physico-chemical properties of the substance and its use pattern indicates otherwise. In the case
of substances with irritant (or corrosive) properties, these may be of particular concern in relation
to inhalation exposure because of their potential to induce local effects within the respiratory
tract. Thus information on irritant potential would be useful prior to consideration of further
acute toxicity testing over and above the oral study.

In considering all of these aspects together, the testing strategy shown in Figure 5 should be
followed in a stepwise manner in order to efficiently integrate the information gathered for acute
toxicity testing with that obtained from the study of skin and eye irritation and skin sensitisation,
together with information on physico-chemical and SAR properties and exposure profile for new
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substances. The strategy is based on the progressive gathering of information and reflects the
increasing data requirements from Annex VIIC to Annex VIIA. However, it is still possible to
use this approach even for those substances which are first notified at, for example, the base set
(VIIA) level.

The starting point for the strategy is the performance of the acute oral study (performed at VIIC).
Consideration of the information available informing on the potential for the substance to be
corrosive should also be made. It should be noted that if the substance is predicted to be
corrosive then further consideration should be given as to whether or not an acute oral study can
be justified, particularly in relation to animal welfare prior to the conduct of an acute oral test.
Justification for not conducting a test for these reasons should be given. If the substance is
considered likely to be corrosive, then a hazard assessment can be made and no further testing is
required unless there is a need to identify a threshold for respiratory tract irritation or there is
evidence that systemic toxicity might occur at non-corrosive concentrations (the testing of
corrosive materials for acute inhalation toxicity should not normally be carried out). As the
standard LCs test is not applicable for these substances it is highly recommended to contact the
Competent Authority to agree an appropriate test design. Should there be no indicators for
corrosive potential then skin/eye irritation and skin sensitisation testing is performed (as would
be required at VIIB) according to EU Annex V methods (see Section 3.7). These tests may
provide useful information on the potential for systemic toxicity which can be considered as part
of the acute testing strategy.

Consideration is then given to the need for testing for acute toxicity via the inhalation route
(normally at VIIA). Using the criteria in Appendix V to this document (and reproduced in
Figure 5) together with the information obtained from the acute oral study and the skin and eye
irritation and skin sensitisation studies a decision can be reached for the need for acute inhalation
testing. If, using these criteria inhalation exposure is likely to be an issue then testing via this
route for acute toxicity is indicated, particularly if systemic toxicity is seen via the oral route
and/or was observed in the skin/eye irritation and/or skin sensitisation studies. Where systemic
effects seen in skin/eye irritation and/or skin sensitisation studies is the single driving factor then
this needs to be considered on a case-by-case basis in terms of the severity of response. For
example, reactions leading to classification may be seen as strong enough to warrant further
testing whereas barely perceptible responses in one animal may be judged as not requiring
inhalation testing. The situation where no systemic acute oral toxicity is seen also needs to be
considered on a case-by-case basis. If there are reasons to believe that uptake of the test
substance by the gastrointestinal tract following oral dosing is unlikely (thus giving low acute
oral toxicity) but that uptake or deposition in the respiratory tract is likely this may indicate the
need for an acute inhalation study. However, if it is clear that uptake following oral dosing is
likely to have occurred then it may be reasonable to avoid acute inhalation testing.

Consideration then needs to be given for the need for testing for acute dermal toxicity. In some
cases it may be possible to draw conclusion about the potential for acute dermal toxicity on the
basis of the data already available (e.g. high acute oral toxicity and the potential for high dermal
absorption may suggest the same level of acute dermal toxicity as that seen following oral
dosing) without the need for further testing. Testing for acute dermal toxicity is indicated if:

. systemic toxicity is observed in the skin/eye irritation and/or skin sensitisation studies;

. or if there is evidence for the potential for high dermal absorption and death or systemic
toxicity was seen in the acute oral study;

« or there is the potential for high dermal exposure.
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Evidence for the potential for high dermal absorption should be considered on a case-by-case
basis but key factors will include the log Kow, the water solubility and the molecular weight of
the substance (see Section 3.5 for further information). Similarly, the evidence for high dermal
exposure should be considered on a case-by-case basis with consideration given to the actual
conditions of exposure (e.g. the use of PPE may be an influencing factor in some cases).

If inhalation and dermal testing are indicated, the acute dermal study should only be asked for if:

« LDs oral <200 mg/kg;
« or LDsj oral <2,000 mg/kg and high dermal exposure.

Whatever acute testing is conducted for a specific substance, a rationale, using arguments based
on this strategic approach, should be provided for the test package that is adopted clearly laying
out the arguments as to why any tests were not performed.

It is recognised that following this strategy may lead to testing for acute toxicity by only one
(oral) route or indeed by all three routes. However, this situation will arise because of clear
scientific reasoning taking into account all the available information on hazardous properties,
exposure potential and applying knowledge gained through experience of the new substance
notification scheme. For any specific new substance, any change in circumstances (for example
use pattern that may lead to a change in inhalation exposure potential) or increase in the level of
supply will require a reappraisal and may lead to the need for more information on acute toxicity.

Existing substances

The minimum requirements for existing substances are identical to those for new substances at
base set (i.e. 1 tpa). Existing information from a wide range of tests and reports can be used to
determine the acute toxicity (see Section 3.6.2.2). If applicable, the testing strategy proposed for
new substances could be followed for existing substances in those cases where data are lacking.
Any testing that might be required in such cases should be conducted according to EU Annex V
methods.

Biocides

The common core data requirements for biocide active substances and biocidal products as
specified in the Technical Notes for Guidance (TNsG on Data Requirements, 2000) are that
substances other than gases shall be administered via at least two routes, one of which shall be
the oral route. The choice of the second route will depend upon the nature of the substance and
the likely route of human exposure. In some cases it may be necessary to study acute toxicity via
all three routes. Gases and volatile liquids should be administered by the inhalation route.

For substances/preparations with low acute oral toxicity a limit test with 2,000 mg/kg bw may be
sufficient. However, need for testing of higher doses could be decided on a case-by-case basis.
When planning new tests, the EU Annex V methods B.1.bis, B.1.tris and the OECD guideline
425 are recommended. The recently deleted Annex V B.1 (or the also deleted OECD 401) should
not be used. However, existing results based on method B.1 (or OECD 401) are accepted.

Under the Biocidal Products Directive experimental human toxicity studies must not be
conducted specifically for the purpose of Annex I, IA or IB inclusion.
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Dermal toxicity must be reported in an active substance/preparation, except for gases, using EU
Annex V method B.3 (or corresponding OECD 402).

Inhalation toxicity must be reported where the active substance/preparation is:

. volatile (vapour pressure >1-107 Pa at 20°C),

« a powder containing a significant proportion (e.g. >1% on a weight basis) of particles with
particle size mass median aerodynamic diameter (MMAD) <50 um, or

« to be included in preparations which are powders or (for preparations applied in a manner
which generates aerosols, particles or droplets in an inhalable size range (MMAD <50 pum).

Substances/preparations classified as corrosive to skin must not be studied for acute inhalation
toxicity. EU Annex V method B.2 (or the corresponding OECD 403) should be used. A full
study using three dose levels may not be necessary if a substance/preparation at an exposure
concentration to the limit concentrations of the test guideline (limit test) or at the maximum
attainable concentration produces no substance-related mortalities. For substances or
preparations with low acute dermal toxicity a limit test at 2,000 mg/kg body weight may be
sufficient. Substances/preparations which are classified as corrosive must not be tested.

3.6.2.2 Data which may already be available

Human data on the acute effects of substances may be available from (case) reports on the
effects of accidents or abuse, from reports on effects following short-term exposures during use,
in some cases from studies in volunteers and/or, for some substances, from experience gained
from use of the substance as a medicinal agent. Human data may sometimes be reported in
secondary sources (e.g. toxicology handbooks) simply as, for example, “minimum lethal doses”,
without any reference to an original source. This may be useful as supporting evidence.

Data may be available from animal studies:

. acute toxicity studies using EU Annex V methods or corresponding OECD guidelines;

. studies using other acute toxicity test protocols (e.g. simple lethality studies; dermal or
inhalation tests in which the periods of exposure are different from those specified in EU
Annex V; tests to study effects on particular organs/systems such as the cardiovascular
system);

. sighting studies conducted as preliminary/dose-ranging studies for e.g. repeated dose
studies;

. single dose studies for mutagenicity (e.g. a micronucleus test);

. unreferenced data reported in secondary sources (e.g. toxicology handbooks).

Other studies

There are currently no validated in vitro methods for acute toxicity, but methods using
“structural alerts” may provide useful information for assessment of the acute toxicity of certain
substances (e.g. for highly water soluble salts of substances with well characterised toxic
properties, the systemic toxicity can be expected to be similar).
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3.6.3 Evaluation of the available data

3.6.3.1 New substances including new biocidal substances

In general, only tests conducted in accordance with EU Annex V (or corresponding OECD
guidelines) are considered to be adequate to characterise the acute toxicity of new substances.

3.6.3.2 Existing substances including existing active biocidal substances

Human data

Well-documented human data can often supply very useful information, particularly on
subjective effects of the type (e.g. nausea, headache) not observable in studies in common
laboratory species, provided that such effects are clearly a specific consequence of exposure to
the substance.

The usefulness of the information may be limited by relatively low exposures, poor reporting,
lack of information on exposure levels, subjective or anecdotal reporting of effects, small
numbers of subjects etc., but in some cases may enable derivation of an exposure level at which
no overt acute effects were reported.

Poor quality of reporting often adversely affects the usefulness of reports of the effects arising
from accidents or abuse, and may also be a problem in reports of the effects of short-term
exposures in the workplace. Suspected subjective reporting of symptoms by the exposed people
may complicate evaluation of a study. However, if there are several reports listing similar
effects, this can be useful. Accidents, abuse and the use of the substance as or in a medicinal
agent may involve exposure routes different from those of concern in normal use, and though the
latter may have very good exposure data, possible differences in toxicokinetic parameters (see
Section 3.5) will need to be taken into account. It is sometimes possible to derive a minimum
lethal dose from reports of human accidents or abuse.

Animal data

Well-reported studies using EU Annex V methods, particularly if conducted in accordance with
the principles of GLP, can be used to characterise the acute toxicity of substances following
administration by a specified route of exposure. Frequently, there will be a number of acute
toxicity studies already available for an existing substance, none of which are fully equivalent to
the Annex V procedure. If the results from such a batch of studies are consistent, they may,
together, provide sufficient information on the acute toxicity of the substance, for one or more
routes of exposure. Even if there is quite a range of LD(C)s¢ values, it is often possible to decide
into which of the classification categories defined in Directive 93/21 the substance should be
allocated. Reports of older “LDs(” tests often give little more than the LDs value and usually no
information is available on the onset and duration of clinical signs.

If the results from a batch of studies are not consistent, it will be necessary for the rapporteur to
decide which are the most reliable studies based on the evaluation criteria outlined above.

Data from studies other than “acute toxicity studies” (i.e. single dose sighting studies, single dose
studies for mutagenicity), if well reported (which they may not be in relation to the acute toxic
effects) may provide useful information.
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3.64 Assessment of the dose-response relationship

It may sometimes be possible to derive reliable NOAEL values for specific sub-populations from
well-documented human data.

It is not usual to derive “acute NOAELS” for acute toxicity in animals. It is more usual that the
only numerical value derived is the LD(C)so value. When reviewing classification, care should
be taken when using LD(C)so values from dermal or inhalation acute toxicity tests in which the
duration's of exposure were different from those specified in EU Annex V.

Where information is available from test reports or the literature on toxic signs and the dose
levels at which they occur then this is useful information that can aid in the subsequent risk
characterisation for acute toxicity. Equally, dose levels leading to no effect can provide useful
information.

The slope of the dose-response curve is a particularly useful parameter as it indicates the extent
to which reduction of exposure will reduce the response: the steeper the slope, the greater the
reduction in response for a particular finite reduction in exposure.

3.6.5 Degree of uncertainty in studies of acute toxicity

Data from studies in animals will often give very good information on the acute toxicity of the
substance in the test species, and, in general, it can be assumed that substances which are highly
toxic to animals will be toxic to humans. However, while the reverse is generally true, it is not
always true. There are subjective effects (e.g. nausea, central nervous system (CNS) depressant
effects) which may be reported by humans exposed to substances but which cannot be observed
in common laboratory species, so it is not certain whether such effects will be induced in humans
by substances thought, from single exposure studies in animals, to be of low acute toxicity.
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3.7 IRRITATION AND CORROSIVITY
3.7.1 Introduction
3.7.1.1 Definitions of irritation and corrosivity

Irrespective of whether a substance can become systemically available, changes at the site of first
contact (skin, eye, mucous membrane/gastro-intestinal tract, or mucous membrane/respiratory
tract) can be caused. These changes are considered local effects. A distinction in local effects can
be made between those observed after single and after repeated exposure. For local effects after
repeated exposure reference is made to Section 3.9. Local effects after single ocular, dermal or
inhalation exposure are only dealt with in this section. Substances causing local effects after
single exposure can be further distinguished in irritant or corrosive substances, depending on the
(ir)reversibility of the effects observed.

Irritant substances are non-corrosive substances which, through immediate contact with the
tissue under consideration, may cause inflammation. Corrosive substances are those which may
destroy living tissues with which they come into contact.

Criteria for classification of irritant and corrosive substances are given in Annex VI to Directive
67/548.

The minimum data requirements are essentially the same for new and existing substances.

3.7.1.2 Objectives of investigating the potential for substance-induced irritation
or corrosion

The general objectives are to find out:

«  whether the substance is, or is likely to be, corrosive;

« whether, in studies in animals or in vitro, there is evidence of significant skin, eye or
respiratory irritation;

o whether there are indications from human experience with the substance of skin, eye
mucous membrane or respiratory irritation following exposure to the substance;

. the time of onset and the extent and severity of the responses and information on
reversibility.

Taking into account the severity of the effect, in so far as it can be judged from the test data, the
likelihood of occurrence of an acute corrosive or irritant response in humans using or otherwise
exposed to the substance is assessed in a pragmatic manner in relation to the route, pattern and
extent of the expected human exposure.
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3.7.1.3 Information which would be obtained from Annex V testing methods for
irritation

There are testing methods in Annex V to Directive 67/548 for skin irritation and eye irritation
(EU Annex V B.4 and B.5 corresponding to the OECD 404 and 405). The testing strategy
attached to these methods emphasises the need to evaluate all available information before
attempting any in vivo testing. They both employ screening and interventional elements designed
to avoid, as far as possible, in vivo testing of corrosive substances and to limit in vivo testing of
severely irritating substances. In particular, it is recommended to test in vitro/ex vivo for skin
corrosion (method B.40) before any attempts to assess skin or eye irritation/corrosion by animal
testing and when no other information is available. There is not a EU Annex V method for
respiratory irritation.

The main (in vivo) part of the EU Annex V skin and eye irritation tests will provide information on
the local responses (erythema and/or oedema for skin; corneal opacity, iridal effects, conjunctival
redness and/or swelling for the eye) in the rabbit following application of a single defined amount of
the substance. The local responses are evaluated and graded for each exposed animal at specified
intervals after application of the test substance. Information will also be obtained on the time taken
to fully establish reversibility (or on the lack of reversibility), on any other local effects (e.g. pain,
ocular discharge, necrosis, irreversible coloration of eyes) or any other toxic effects.

3.7.2 Data to be used in the effects assessment

3.7.2.1 Minimum data requirements

The minimum data requirements are that, in accordance with the requirements specified in
Annex VII A to Directive 67/548, information should be available for substances on their
potential for inducing skin irritation and eye irritation or causing corrosivity.

For new substances, the basic requirements are specified in Annex VIIA to Directive 67/548 and
must be obtained using methods mentioned in Annex V to this Directive. For existing
substances, the basic requirements are identical but there is more flexibility as to how data are
obtained; use of methods other than those specified in Annex V (or corresponding OECD
methods) may be accepted on a case-by-case basis.

3.7.2.2 Data which may already be available
Human data (e.g. from case reports or epidemiological studies) may be available.

Data may be available from animal studies:

. skin and/or eye irritation studies mentioned in Annex V to Directive 67/548;

. other toxicological studies in which local responses of skin, eye, mucous membranes and/or
respiratory system were reported for animals exposed to the substance;

« other tests, not specified in Annex V to Directive 67/548 (e.g. the Alarie test for respiratory
irritation (Alarie, 1973; 1981)).

Data from other studies (i.e. in vitro or physico-chemical tests) can provide information on the
potential corrosivity or irritancy of substances.
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3.7.3 Evaluation of the available data

3.7.3.1 New substances

In general, only tests conducted using methods mentioned in Annex V to Directive 67/548 are
considered to be adequate to characterise the irritation and corrosivity potential of new
substances after single exposure.

3.7.3.2 Existing substances

Human data

Well-documented human data can often provide very useful information on skin and/or
respiratory irritation, sometimes for a range of exposure levels. Often, the only useful
information on respiratory irritation, which can be a threshold effect in the workplace, is
obtained from human experience. The usefulness of all human data on irritation will depend on
the extent to which the effect, and its magnitude, can be reliably attributed to the substance of
interest. Experience has shown that it is difficult to obtain useful data on substance-induced eye
irritation, but data may be available on human ocular responses to certain types of preparations
(e.g. Freeberg et al., 1986).

Animal data

Well-reported studies according to methods described in Annex V to Directive 67/548,
particularly if conducted in accordance with principles of GLP, can be used to identify
substances which would be considered to be, or not to be, corrosive or irritant to the skin or eye.
There may be a number of skin or eye irritation studies already available for an existing
substance, none of which are fully equivalent to the EU Annex V procedure. If the results from
such a batch of studies are consistent, they may, together, provide sufficient information on the
skin and/or eye irritation potential of the substance.

If the results from a batch of studies are not consistent, it will be necessary for the rapporteur to
decide which are the most reliable studies based on the criteria for evaluation of the data given
above.

Attention should be given to the occurrence of persisting irritating effects, even those which do
not lead to classification. Effects such as erythema, oedema, fissuring, scaling, desquamation,
hyperplasia and opacity which do not reverse within the test period may indicate that a substance
will cause persistent damage to the human skin and eye.

Data from studies other than skin or eye irritation studies (e.g. other toxicological studies on the
substance in which local responses of skin, eye mucous membranes and/or respiratory system
were reported) may provide useful information.

However, they may not be well reported in relation to, for example, the basic requirements for
information on skin and eye irritation. But it should be remembered that information from
studies in animals on mucous membrane and/or respiratory system irritation can be very useful
for risk assessment provided the irritation is clearly substance-induced, and particularly if it can
be related to exposure levels.
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There are no test methods for respiratory irritation specified in EU Annex V (e.g. the Alarie test,
which may provide useful information on sensory irritation of the upper respiratory tract). It
should be noted that use of data from the Alarie test to derive limit values has been criticised
(e.g. large interlaboratory differences and inconsistent intra- and inter-species differences were
noted) and care should be taken in the interpretation of the results of this test (Bos et al., 1992).

In vitro data

There is a wide range of in vitro test methods which give information on the potential irritancy of
a substance. Some are designed specifically to address a particular type of irritation (e.g. eye
irritation) while others are more general. If there are clear indications from these studies that a
substance is likely to be irritant, this may be sufficient for hazard identification purposes (and
can be judged only on the basis of the details of the principles and mechanisms of the particular
test). Currently, however, data from in vitro studies alone would not be considered sufficient to
define a substance as being non-irritating.

Other data

Physico-chemical data can be used to identify a substance as being corrosive, but not as being
non-irritant. Such data (or practical experience) may also indicate that a substance has defatting
properties. Defatting of exposed skin may cause irritation.

3.74 Assessment of the dose-response relationship

It may be possible to derive reliable non-irritating concentrations from human studies, though
sometimes there is only simply the information that a substance is irritant or, often by inference
only, that it is not.

For irritant substances it is not possible to derive non-irritating concentrations from studies for
skin and eye irritation according to methods described in EU Annex, but values may be derivable
from already available studies in which a range of substance concentrations was used. Non-
irritating concentrations may be derivable from studies using inhalation exposure in which
respiratory system irritation was observed. In such studies, the slope of the dose-response curve
is a particularly useful parameter as it indicates the extent to which reduction of exposure will
reduce the response: the steeper the slope, the greater the reduction in response for a particular
finite reduction in exposure.

3.7.5 Degree of uncertainty in studies of irritation and corrosivity

Usually it is possible unequivocally to identify (or accept) a substance as being corrosive,
whatever type of study provides the information.

There may be a significant level of uncertainty in human data on irritant effects (because of poor
reporting, lack of specific information on exposure, subjective or anecdotal reporting of effects,
small numbers of subjects, etc.).

Data from studies in animals according to methods described in EU Annex V will usually give
very good information on the skin or eye irritancy of a substance in the test species, and, in
general, it is assumed that substances which are irritant in Annex V studies in animals will be
skin and/or eye irritants in humans, and those which are not irritant in Annex V studies will not
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be irritant in humans. Good data, often clearly related to exposure levels, can be obtained on
respiratory and mucous membrane irritation, from well-designed and well-reported inhalation
studies in animals. Inconsistent results from a number of similar studies increases the uncertainty
in deriving data from animal studies.

The data obtained from in vitro studies may include many dose levels and replicates: when such
a study has a well-defined mechanistic basis and indicates that a substance is expected to be
irritating, this may suffice for defined hazard identification purposes. However, the uncertainty
in the state of the art for identification of substances as being non-irritant by testing in vitro is too
high for definitive use in risk assessment.
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3.8 SENSITISATION
3.8.1 Introduction
3.8.1.1 Scope of the guidance

A number of diseases are recognised as being, or presumed to be, allergic in nature. These
include asthma, rhinitis, conjunctivitis, allergic contact dermatitis, urticaria and food allergies. In
this Section (3.8), the endpoints discussed are those traditionally associated with occupational
and consumer exposure. Photosensitisation is potentially important but its mechanism of action
is poorly understood, so it has been considered but not discussed in detail.

3.8.1.2 Definitions of skin and respiratory sensitisation

A sensitiser is an agent that is able to cause an allergic response in susceptible individuals. The
consequence of this is that following subsequent exposure via the skin or by inhalation the
characteristic adverse health effects of allergic contact dermatitis or asthma (and related
respiratory symptoms such as rhinitis), respectively, may be provoked. Although asthma and
rhinitis are generally thought to be a result of an allergic reaction, the understanding, in recent
years, that other, non-immunological, mechanisms may occur, makes it more appropriate to use a
term based on disease rather than mechanism.

This wider understanding is reflected in the criteria for the classification of skin and respiratory
sensitisers, which provide a useful tool against which the hazardous properties of a substance can
be judged. These criteria are given in the 22" Adaptation to Technical Progress to Directive
67/548 [Directive 96/54/EC, Official Journal L248; pp 227-229]; Annev VI has been recast in
the 28" Adaptation to Technical Progress (ATP) (Directive 2001/59, Official Journal L225; pp
1- 333).

Respiratory hypersensitivity is a term that is used to describe asthma and other related
respiratory conditions, irrespective of the mechanism by which they are caused. When directly
considering human data in this document, the clinical diagnostic terms asthma, rhinitis and
alveolitis have been retained.

In summary, in this guidance, the term skin sensitisation specifies an allergic mechanism of
action, while respiratory hypersensitivity does not. For this reason, the two health hazards have
on occasion been approached differently in this guidance.

Where EU Annex V methods are quoted here, they refer to Directive 67/548 as updated in the
most recent ATP. The local lymph node assay is expected to be adopted in a subsequent ATP.
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3.8.1.3 Objectives of investigating the potential to cause allergic contact
dermatitis or respiratory hypersensitivity

The general objectives are to find out:

o whether there are indications from human experience of skin allergy or respiratory
hypersensitivity following exposure to the agent;
«  whether the agent has skin sensitisation potential based on tests in animals.

The likelihood that an agent will induce skin sensitisation or respiratory hypersensitivity in
humans who are using or who are otherwise exposed to this agent is determined by several

factors including the route, duration and magnitude of exposure and the potency of the
substance.

3.8.14 Information which would be obtained from internationally acceptable tests

Skin sensitisation

There are two methods currently described in EU Annex V and OECD guidelines for skin
sensitisation in animals; the guinea pig maximisation test (GPMT) and the Buehler test. The
GPMT is an adjuvant type test in which the allergic state (sensitisation) is potentiated by the use
of Freund’s Complete Adjuvant (FCA). The Buehler test is a non-adjuvant method involving for
the induction phase topical application rather than the intradermal injections used in the GPMT.

Both the GPMT and the Buehler test have demonstrated the ability to detect chemicals with
moderate to strong sensitisation potential as well as those with relatively weak sensitisation
potential. These guinea pig methods provide information on skin responses which are evaluated for
each animal after several applications of the substance, and on the percentage of animals sensitised.

The murine local lymph node assay (LLNA) is another accepted method for measuring skin
sensitisation potential. It has been validated internationally and has been shown to have clear animal
welfare and scientific advantages compared with guinea pig tests. In June 2001, the OECD
recommended that the LLNA should be adopted as a stand-alone test as an addition to the existing
guinea pig test methods. The EU has already drafted a EU Annex V method (draft B.42).

ECETOC Monograph 29 (2000) contains a useful discussion of these tests.

At the time this guidance was written (2001) no acceptable methods had yet been developed to
measure photosensitisation.

Respiratory hypersensitivity

There are currently no internationally recognised test methods to predict the ability of chemicals
to cause respiratory hypersensitivity. Potentially useful test methods based on allergic
mechanisms are the subject of research and development. However, there are currently no test
methods under development which are designed specifically to identify chemicals that cause
respiratory hypersensitivity by non-immunological mechanisms.

Once acceptable test methods become available, a testing strategy should be developed which
takes account of structural alerts, the physical characteristics (whether inhalable), use pattern
(likelihood of being inhaled) and known allergic properties (a skin sensitiser) of the compound
under investigation.
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3.8.2 Data to be used in the effects assessment

3.8.2.1 Minimum data requirements

Information should be available which allows correct assessment of the potential of an agent to
cause skin sensitisation. For new substances, the minimum data requirements should conform to
EU Annex V (or corresponding OECD guidelines). For existing substances, where data already
exist, there is more flexibility and the use of Annex V methods or OECD guidelines is not
obligatory: however, any new testing that is performed should comply with these guidelines.

The data requirements for biocidal actives and products are that, as a general principle, tests must
be conducted in accordance with EU Annex V (or the corresponding OECD guideline). The test
is not required if the active substance is classified as a sensitiser or where the preparation
contains a substance(s) which is/are classified a sensitiser(s) according to Directive 67/548 or it
is otherwise known that the substance(s) has/have sensitising properties, e.g. on the basis of
epidemiological data.

There are no minimum data requirements for respiratory hypersensitivity.

3.8.2.2 Data which may already be available

Human data

Sometimes case studies or epidemiological data will be available from human exposure,
particularly in the case of existing substances and biocidal products. Studies that report on
cutaneous (allergic contact dermatitis, eczema) or respiratory (asthma, rhinitis, alveolitis) reactions
should be of particular significance. Studies indicating negative results should also be evaluated.

Data from diagnostic clinical studies may also be available:

. patch tests may have been conducted in subjects with suspected allergic contact dermatitis;
. bronchial provocation tests, skin prick tests and measurements of specific IgE antibodies
may have been conducted in cases of suspected asthma or rhinitis.

These data may help in confirming that the reported disease is caused by the agent under suspicion.

Animal studies

There are a number of different types of studies performed in animals. Some of the following
may be available:

. skin sensitisation studies using EU Annex V or OECD standard guinea pig tests;

o the local lymph node assay (LLNA) (draft EU Annex V B.42, draft OECD 429);

. other guinea pig skin sensitisation test methods (such as the Draize test, Freund’s complete
adjuvant test, optimisation test, split adjuvant test, open epicutaneous test);

. additional tests (such as the mouse ear swelling test);

. investigative respiratory allergy tests (such as the IgE test, cytokine fingerprinting or guinea
pig models);

. other information from, for example, repeated dose studies that show effects indicative of an
allergic response.
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Other data

Some information can be obtained from consideration of structure-activity relationships and
comparison with structures of known sensitisers. Structural alerts alone do not normally constitute
a reason for positive classification, nor for the adoption of risk assessment/management activity.
Likewise, the absence of structural alerts is not a reason for discounting positive clinical or
experimental evidence. However, certain well-known groups of chemicals such as isocyanates
and acid anhydrides are currently considered to cause respiratory hypersensitivity unless proved
otherwise.

Validated in vitro methods for sensitisation testing are not yet available. Knowledge of protein
reactivity and skin penetration properties from in vitro studies may provide useful information.

3.8.3 Evaluation of the available data

3.8.3.1 Human data
When evaluating human data, attention should be paid to:

« the number of well-documented cases in relation to the size of the exposed population;

. the relevance of any described cases and the association between clinical symptoms and
clinical test results and exposure;

. the type of exposure (including: adequate substance identification, frequency, duration and
magnitude of exposure, the physical state of the substance or biocidal product and exposure
to other structurally-related substances). Data from subjects where exposure was not to
intact skin or from subjects with pre-existing asthma should be interpreted with caution;

. the quality of the epidemiological data.

Bronchial provocation tests may have been conducted for diagnostic purposes. The design of the
test should be evaluated against the following criteria. It should ideally have been performed
under blind conditions with a negative control and a clearly sub-irritant concentration of the
agent being tested. The test should also take into account possible confounding factors such as
medication, smoking or exposure to other substances. The response compared with the control
challenge should be convincing. Although in many studies, not all these conditions will be met,
the information that they provide may nevertheless be useful.

3.8.3.2 Predictive assays

Assays to predict skin sensitisation

Well reported studies using internationally acceptable protocols, particularly if conducted in
accordance with the principles of GLP, can be used for hazard identification.

Other studies, not fully equivalent to EU Annex V or OECD test protocols can give useful
information. Particular attention should be paid to the quality of these tests and the use of
positive and negative controls.
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Particular points to take into account when evaluating results include:

« the choice of vehicle;

.  whether skin irritation is observed at the induction phase of guinea pig tests;

« whether the maximal non-irritating concentration is used at the challenge phase of guinea
pig tests;

«  whether there are signs of systemic toxicity.

Assessment of cutaneous reactions at the challenge phase of guinea pig tests should be
conducted carefully to discriminate irritation from sensitisation. Key considerations are:

. numbers of test and control guinea pigs;

. number or percentage of test and control animals displaying skin reactions;

. results of rechallenge treatments if necessary;

.  existence of structure-activity relationships;

. checking of strain sensitivity at regular intervals by using an appropriate control substance
(as specified in EU Annex V methods or OECD guidelines). Currently (2000) the
recommended interval is 6 months.

The investigation of doubtful reactions in guinea pig tests, particularly those associated with
evidence of skin irritation following first challenge, may benefit from rechallenge of the test
animals. In cases where reactions may have been masked by staining of the skin, other reliable
procedures may be used to assist with interpretation; where such methods are used, the
submitting laboratory should provide evidence of their value.

For conduct and interpretation of the local lymph node assay the following points should be
considered:

. the vehicle in which the test material has been applied;

. the concentrations of test material which have been used;

. any evidence for local or systemic toxicity or local skin inflammation resulting from
application of the test material;

«  whether the data are consistent with a biological dose response;

. the submitting laboratory should be able to demonstrate its competency to conduct the
LLNA.

Other animal tests may also provide valuable information and, in the case of positive results, the
substance or biocidal product can be considered as a potential sensitiser.

The specificity and sensitivity of all animal tests should be monitored through the inclusion of
appropriate positive and negative controls.

Assays to predict respiratory hypersensitivity

Some animal tests have been developed to identify those chemicals that are able to induce
respiratory hypersensitivity by allergic mechanisms. However, none of these methods has yet
been validated. Attempts have also been made also to develop structure-activity relationships for
respiratory hypersensitivity induced by chemicals, but likewise these have not been validated.
See Section 3.8.2.2 for a more detailed discussion of the use of structure-activity relationships.

Some information can be obtained from a comparison with the ability to induce skin
sensitisation.
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. most chemical allergens that have been shown to induce sensitisation of the respiratory tract
in humans are positive in one or more animal (guinea pig and/or mouse) tests for skin
sensitisation. The ability of these chemical respiratory allergens to cause skin sensitisation in
humans is less clear;

. most chemicals that elicit positive responses in one or more animal skin sensitisation (guinea
pig and/or mouse) do not cause respiratory allergy in humans.

Further discussion of this issue is included in Section 3.8.5.

There are currently no predictive test methods to identify chemicals that induce asthma through
non-immunological mechanisms.

3.84 Assessment of the dose-response relationship

3.84.1 Measurement of dose-response

There is evidence that for both skin sensitisation and respiratory hypersensitivity dose-response
relationships exist (although these are frequently less well defined in the case of respiratory
hypersensitivity). The dose of agent required to induce sensitisation in a previously naive subject
or animal is usually greater than that required to elicit a reaction in a previously sensitised
subject or animal; therefore the dose-response relationship for the two phases will differ. Little or
nothing is known about dose-response relationships in the development of respiratory
hypersensitivity by non-immunological mechanisms.

It is frequently difficult to obtain dose-response information from either existing human or
guinea pig data where only a single concentration of the test material has been examined. With
human data, exposure measurements may not have been taken at the same time as the disease
was evaluated, adding to the difficulty of determining a dose response.

Dose-response data can, however, be generated using specially designed guinea pig test methods
(the open epicutaneous test being the most appropriate) or from local lymph node assays.

3.84.2 Measurement of potency

Appropriate dose-response data can provide important information on the potency of the material
being tested. This can facilitate the development of more accurate risk assessments.

This section refers to potency in the induction phase of sensitisation.

Neither the GPMT/Buehler nor the standard LLNA is specifically designed to evaluate the skin
sensitising potency of test compounds, instead they are used to identify sensitisation potential for
classification purposes. However, all could be used for some estimate of potency. The relative
potency of compounds may be indicated by the percentage of positive animals in the guinea pig
studies in relation to the concentrations tested. Likewise, in the LLNA, the EC3 value (the dose
estimated to cause a 3-fold increase in local lymph node proliferative activity) can be used as a
measure of relative potency (ECETOC, 2000). The dose-response data generated by the LLNA
makes this test more informative than guinea pig assays for the assessment of skin sensitising
potency.
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3.8.5 Degree of uncertainty in studies of sensitisation

Well-conducted human studies can provide very valuable information on skin sensitisation.
However, in some instances (due to lack of information on exposure, a small number of subjects,
concomitant exposure to other substances, local or regional differences in patient referral etc)
there may be a significant level of uncertainty associated with human data. Moreover, diagnostic
tests are carried out to see if an individual is sensitised to a specific agent, and not to determine
whether the agent can cause sensitisation.

Although human studies may provide some information on respiratory hypersensitivity, the data
are frequently limited and subject to the same constraints as human skin sensitisation data.

Reliable data can be generated on skin sensitisation from well designed and well conducted
studies in animals. However, guinea pig tests in particular may be difficult to interpret when
irritancy or skin staining occurs as the result of challenge. The use of adjuvant in the GPMT may
lower the threshold for irritation and so lead to false positive reactions, which can therefore
complicate interpretation (running a pre-test with FCA-treated animals can provide helpful
information). In international trials, the LLNA has been shown to be reliable, but like the guinea
pig tests is dependent on the vehicle used, and it can occasionally give false positive results with
irritants. Where tests (guinea pig/mouse) rely on topical exposure rather than intradermal
injection, false negatives may occur where the substance fails to be absorbed into the skin as for
example with some metal salts. Therefore, careful consideration should be given to the vehicle
used and the type of test performed. In some circumstances inconsistent results from similar
guinea pig studies, or between guinea pig and LLNA studies, might increase the uncertainty of
making a correct interpretation.

Note that, in some instances sensitisation may be due to impurities rather than the test material
itself.

Major uncertainties remain in our understanding of the factors that determine whether or not a
substance is an allergen, and if so, what makes it a skin or a respiratory sensitiser? A
comprehensive analysis of the association between skin and respiratory allergy is needed, but has
not been carried out at the time of writing this document (2001).
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3.9 REPEATED DOSE TOXICITY
3.9.1 Introduction
3.9.1.1 Definition of repeated dose toxicity

Repeated dose toxicity comprises the adverse general (i.e. excluding reproductive, genotoxic or
carcinogenic effects) toxicological effects occurring as a result of repeated daily dosing with, or
exposure to, a substance for a part of the expected lifespan (sub-acute or sub-chronic exposure)
or for the major part of the lifespan, in the case of chronic exposure. Criteria for classification on
the basis of repeated dose toxicity are given in Annex VI to Directive 67/548. What is meant by
“adverse effects” is discussed in Section 3.9.4, below.

A substance can induce systemic and/or local effects. A local effect is an effect that is observed
at the site of first contact, caused irrespective of whether a substance can become systemically
available. When a substance has passed through the physiological barrier, i.e., the skin, mucous
membrane of the gastro-intestinal tract or mucous membrane of the respiratory tract and
becomes systemically available, it can cause a systemic effect. A systemic effect is defined as an
effect that is normally observed distant from the site of first contact. However, toxic effects on
surface epithelia may reflect indirect effects as a consequence of systemic toxicity (e.g. uraemic
gastritis) or secondary to systemic distribution of the test substance or its active metabolite(s).
Commonly, the underlying mode of action is not clarified by routine toxicity studies. The
decision as to whether or not an effect should be considered local or systemic, is based on expert
judgement.

3.9.1.2 Objectives of investigating the potential of substances to induce repeated
dose toxicity

Repeated dose toxicity tests provide information on possible adverse effects likely to arise from
repeated exposure of target organs, and on dose-response relationships.

The determination of the dose-response relationship should lead to the identification of the No
Observed Adverse Effects Level, NOAEL (see Section 3.4). As part of the risk assessment
process for substances, data on the adverse effects which a substance may cause, and the dose
levels at which the effects occur, are evaluated in the light of the likely extent of human exposure
to the substance so that the potential risk(s) to health may be ascertained.

3.9.2 Data to be used in the effects assessment

3.9.2.1 Minimum data requirements

The minimum requirements are laid down in the relevant legislation for new and existing
substances and biocides, respectively. The tests should be conducted following the latest version
of the appropriate EU Annex V method or OECD guideline. Especially for existing substances
“older” studies might be submitted which do not fulfill all requirements. In these cases the
parameters which have not been covered need to be highlighted in the assessment, e.g.
neurotoxicity parameters which have not been assessed in a study carried out in accordance with
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OECD 407. Arguments should be provided to support the rapporteur’s decision whether it is
necessary to ask for further testing to complete the assessment for these specific endpoints.

Within the context of the requirements of the EU Annex V method, the maximum possible
amount of information should be derived from the repeated-dose toxicity study. At least the
following data should be obtained from a repeated dose toxicity test: toxic and other responses
by sex, exposure level and time of observation, food and body-weight data, the results of the
haematological and clinical biochemical examinations, and the findings of the gross and histo-
pathology. The test report should contain a valid statistical treatment of the results, where
appropriate, and a conclusion regarding the target organ(s), effects(s) and the NOAEL.

New substances

Investigation of the repeated dose toxicity of new substances is not usually required until supply
levels reach 1 tpa when, in the absence of an acceptable reason for not performing a test, a
28-day test repeated dose toxicity study according to EU Annex V (or corresponding OECD
guideline) should normally be conducted.

Modified test requirements have been agreed for closed system intermediates (28" ATP to
Directive 67/548, OJ L225, 21.08.2001, p. 0001-0333).

Existing substances

For existing substances, the information which would be provided by conducting an EU Annex
V 28-day repeat dose toxicity test is required as a minimum. Where data are not available from a
dedicated Annex V 28-day repeated dose toxicity study, the minimum repeated dose toxicity
data requirement may in certain circumstances be met by results obtained from a study
conforming to OECD 422 (combined repeated dose toxicity study with
reproduction/developmental toxicity screen). However, due to technical and methodological
differences between the standard 28-day repeat dose toxicity study and OECD 422, the use of
such a study should be evaluated on a case-by-case basis to assess the adequacy of the
information provided. Particularly, it should be noted that in OECD 422 repeated dose toxicity is
studied in the pregnant population, and it is generally assumed that there are differences in
sensitivity between pregnant and non-pregnant animals. Consequently, where OECD 422 is
used, for transparency the rapporteur should clearly indicate the use of data obtained from such a
study.

Biocides

For biocides, at least the common core data requirements have to be met for notification
purposes. Therefore, a comprehensive data set for toxicological assessment of biocidal active
substances and products is available from the very beginning. Detailed guidance on data
requirements for biocides is given in the Technical Notes for Guidance (TNsG on Data
Requirements, 2000). In summary, the primary required data for biocidal active substances
encompass oral 90-day studies in a rodent (rat preferred) and in a non-rodent species (dog
preferred) performed according to EU Annex V methods or the corresponding OECD guidelines.
If there is evidence that the dog is significantly more sensitive than the rodent species, an oral
12-month oral study with dogs has to be conducted and reported. It is possible to replace a
90-day dog study by a one-year study.

The conduct of oral 28-day tests (EU Annex V B.7 or the corresponding OECD 407) is not
required, but must be submitted if available.

126



EFFECTS ASSESSMENT

The submission of dermal and/or inhalation studies instead of or in addition to oral studies may
be required depending on the physico-chemical properties of the substance, the proposed or
potential application of the substance/products, or the outcome of acute-toxicity tests.

3.9.2.2 Data which may already be available

Human data

Human data may include epidemiological studies and other human experience. This does not
include the conduct of human volunteer studies, which is ethically undesirable and therefore
strongly discouraged.

Animal data

The number of repeated dose toxicity studies available for substances is likely to be variable,
ranging from none to the 28-day repeated dose toxicity study according to EU Annex V or the
equivalent thereof as a minimum, to a series of Annex V and/or non-Annex V tests for some
existing substances. There may also be studies employing different routes of exposure. Special
toxicity studies, investigating further the nature, mechanism and/or dose-relationship of a critical
effect in a target organ or tissue may have been performed. Data on structurally analogous
substances may be available and add to the toxicity profile of the substance under investigation.

3.9.3 Evaluation of the available data

When reliable and relevant human data are available, they can be highly useful for hazard
identification and even preferable over animal data. However, human data adequate to serve as
the sole basis for the dose-response assessment are rare. In many human studies the
circumstances of exposure and the exposure levels themselves are not well known, mixed
exposure may have occurred, the incidence of effects is low, the number of exposed individuals
is small and the latency period between exposure and disease may be long. In addition, the
exposed populations may be heterogeneous with respect to age, sex, diet, environment, activity
patterns, physical fitness and genetic constitution. Therefore these studies require careful
interpretation.

In addition to what has been noted in Section 3.2, the following guidance can be given for the
evaluation of the available repeated dose toxicity data:

. preference is given to tests using a species in which the toxicokinetics and toxicodynamics
of the substance are most similar to those in man; in the absence of a species that is clearly
the most relevant, tests on the most sensitive animal species are selected as the significant
ones;

« preference is given to tests using an appropriate route, duration and frequency of exposure in
relation to the expected route(s), frequency and duration of human exposure;

. tests enabling the identification of an NOAEL should be given preference;

. preference is given to reliable and sufficiently detailed tests of longer duration; e.g. for
hazard assessment, a 90-day repeated dose toxicity test should be given greater weight than
a 28-day repeated dose toxicity test in the determination of the most relevant NOAEL.

If sufficient information is available to identify the critical effect (with regard to the relevance
for human beings, the dose-response and the consequences) and the target organ or tissue,
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greater weight should be given to specific tests investigating this effect in the identification of
the NOAEL. The critical effect can be a local as well as a systemic effect.

In the situation where necessary data are either not available or inadequate to enable calculation
of a NOAEL or LOAEL in mg/kg/day (e.g. dietary data on substance provided in ppm, but no
food consumption or body weight data available), for consistency and transparency between
evaluations the same set of default values for biological parameters should be used. A standard
set of default values are presented in Appendix VI of the TGD based on a review of the various
default values used by different organisations and regulatory authorities (Paulussen et al., 1998).

The derived default values for the different parameters are specified for species, the route of
exposure, and the duration of the toxicity study, whilst for food and water consumption rather
than default values allometric equations are given to allow calculation of these parameters on a
case-by-case basis. The assessor should however be aware that use of allometric equations may
lead to default values which differ from those routinely used by other bodies (e.g WHO (JEFCA,
JMPR) and RIVM).

Depending on the specific circumstances of the study other default values may be considered
more appropriate in some instances.

For transparency the risk assessor should always indicate which methodology has been used,
especially where default values different from those laid out in Appendix VI are to be applied.
Their use should be clearly stated and justified, and a reference provided to indicate the origin of
the values.

3.94 Assessment of the dose-response relationship

Crucial in the identification of the NOAEL (or LOAEL), is the definition of “adverse effects”. In
repeated dose toxicity testing, the values of selected parameters are compared to the average
values in untreated concurrent control animals. Adverse effects cannot be defined in purely
statistical terms as significant changes relative to control values.

In the identification of the NOAEL, other factors need to be considered such as the severity of
the effect, the presence or absence of a dose- and time-effect relationship and/or a dose- and
time-response relationship, the biological relevance of an effect, the reversibility of an effect,
and the normal biological variation of an effect such as may be shown by representative
historical control values (IPCS, 1990).

Correlations observed between changes in several parameters, e.g. between clinical or
biochemical and (histo)pathological effects, will be helpful in the evaluation of the adversity of
effects. Further guidance to this issue can be found in several publications of the International
Programme on Chemical Safety (IPCS 1978; 1987; 1990; 1999).

The decision as to whether or not a local effect should be considered as a substance-related
adverse effect or caused by treatment procedures (e.g. adverse effects in the upper gastro-
intestinal tract, mediastinum and lungs following bolus application in oral gavage studies),
should be based on expert judgement.

Alternative approaches to the derivation of the NOAEL, for example the benchmark dose
concept, and the limitations of their applicability, are described in Section 3.4

If local effects are clearly identified after repeated dosing, a NOAEL or LOAEL should be
established for these effects in addition to N(L)OAELs for systemic effects.
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If local toxicity is not observed or is not investigated in the repeated dose toxicity study, this
should be mentioned. Supportive evidence for the occurrence or absence of local effects after
repeated dermal and inhalation exposure may be available from the total toxicity profile of the
substance. Lack of evidence for local effects in any type of study, i.e. skin or eye irritation,
sensitisation, repeated dose toxicity study by routes other than the route of interest, does not
exclude the possible occurrence of local effects upon repeated respiratory or dermal exposure
(Rennen et al., 1999).

Substances which are skin or eye irritating or corrosive after single exposure (see Section 3.7)
should be suspected of inducing local effects upon repeated respiratory exposure to low level
concentrations. In contrast, local effects reported from skin sensitisation studies as well as
dermal repeated dose toxicity studies are not predictive of local effects on the respiratory tract
(Rennen et al., 1999).

Observations from irritation and/or sensitisation studies as well as repeated dose respiratory
toxicity studies, are not predictive of local effects on the skin upon repeated dermal exposure
(Rennen et al., 1999).

3.9.5 Degree of uncertainty in studies on repeated dose toxicity

The general uncertainty in the use of NOAEL for human health risk assessment is influenced by
various factors including intraspecies and interspecies differences in toxicokinetics and
sensitivity and by uncertainty with regard to the precision of the NOAEL. The precision of the
NOAEL is largely based on the variability in the database and in particular on the conditions of a
particular experiment. As indicated above (Sections 3.4 and 3.9.4), no use is made of the shape
of the dose-response curve in the determination of the NOAEL.

3.9.6 Testing strategy

The following sub-sections have originally been developed for new substances. They should,
where possible and relevant, be used for existing substances and biocides when additional testing
is thought to be appropriate. The strategy is based on the tonnage-related testing requirements for
new substances, and should be used, as appropriate, in conjunction with the other testing
strategies (e.g. the strategy for selection of exposure route as described in Section 3.3 and
Appendix V, or carcinogenicity as described in Section 3.11).

3.9.6.1 Objective of this part of the guidance

The objective is to describe an efficient and scientifically defensible testing strategy for the
investigation of the repeated dose toxicity of substances which ensures that testing in animals is
reduced as far as possible. Use of the strategy should enable the assessor to obtain adequate
information on the repeated dose toxicity of substances, for use in risk assessment at the
appropriate time in relation to the potential for human exposure. Animal tests should only be
conducted when their conduct can be justified in relation to the legal requirements and when
their outcome can be expected to be useful for risk assessment.
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New substances

The requirements for repeated dose toxicity testing of new substances, as given in Directive
67/548 and outlined in Table 3 specify particular tests to be carried out dependent on the supply
level which has been reached.

Table 3 Requirements for repeated dose toxicity testing of new substances as given in Directive 67/548

Supply level Repeated dose studies required Remarks

<1tpa None Additional testing can be required if the substance gives
. cause for immediate concern (Article 3 (4) (iii) of

1tpa 28-day study; preferred species is rat; route of Directive 93/67)

“Base set” exposure is oral unless contra-indicated

10/100 tpa Sub-chronic and/or chronic, including special studies, | Studies may be required at 10 tpa, but shall be required

(50/500t cumulative) | if results of base-set test or other information (e.g. at 100 tpa unless the notifier can give good reason,

SAR) show need for further appropriate investigation | supported by evidence acceptable to the assessor, why
a given test/study is not appropriate or an alternative
scientific test/study would be preferable (Article 7(2) of

Directive 67/548).
1,000 tpa Chronic toxicity study; additional tests to investigate | At 1,000 tpa, the test programme outlined in Directive
organ or system toxicity 67/548 needs to be followed unless “there are strong

reasons to the contrary, supported by evidence, that it
should not be followed” (Annex VIII to Directive 67/548).

Whereas testing will normally follow the tonnage trigger as described above, the risk assessment
may indicate that further information is required for revision of the assessment (Article 3 (4) (ii)
or (iii) of Directive 93/67). Depending on the degree of concern for human exposure the
Competent Authority will decide whether further testing is immediately required or can be
defered until the quantity placed on the market reaches the next tonnage threshold, e.g.
(sub)chronic toxicity study at 10 tpa (50 t cumulative).

Reliable estimates or measurements of human exposure levels should be available, especially at
higher tonnage levels, and the pattern of human exposure known in order to help the Competent
Authority decide whether a longer study is required for better definition of the repeated dose
toxicity.

Existing substances

The basic requirement is for the information which would be provided by an EU Annex V 28-
day repeated dose toxicity test to be available, as a minimum. Existing information should be
reviewed to ascertain whether this requirement is met. A risk assessment which takes into
account all the available information on the relevant properties (e.g. toxicological, toxicokinetic
and physico-chemical) together with supply levels and human exposure patterns may however
indicate that more repeated dose toxicity data are needed.

Biocides

Core data and additional data requirements regarding repeated-dose toxicity studies with biocidal
active substances are given in Directive 98/8 and outlined in Table 4. The required
administration route is oral, unless it can be justified that an alternative route is more appropriate.
All studies conducted must be submitted. Further guidance on data requirements and on waiving
thereof is provided in the Technical Notes for Guidance (TNsG on Data Requirements, 2000).
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Table 4 Requirements for repeated dose toxicity testing of biocidal active substances, as given in Directive 98/8

Repeated dose studies required Remarks
28-day studies Not required, useful as range-finding test
90-day studies in one rodent and one non- | Required, preferred species: rat and dog; waiving of the non-rodent study is
rodent species possible
1-year study, dog May be required in addition to 90-day study depending on expert judgement

Chronic studies in one rodent and in one other | Required, minimum duration 12 months. Preferred rodent species: rat (should be

mammalian species tested first). Depending on the test results more testing in the other species may
be necessary. The use of the combined chronic toxicity/carcinogenicity study
protocol is recommended. If waiving is applicable, no studies have to be
conducted.

Delayed neurotoxicity studies Required if active substance is an organophosphorous compound. Test species:
adult hen unless another test species is considered more appropriate

Studies of toxic effects on livestock and pets | Required depending on product type and on a case-by case basis on expert
judgement

Studies related to the exposure of the active | Required on a case-by case basis depending on expert judgement: Testing of
substance to humans degradation products, by-products, reaction products, non-mammalian metabolites
(plants, soail, etc.), related to human exposure

Mechanistic studies Required on a case-by case basis depending on expert judgement

3.9.6.2 General principles

The amount of information initially provided for the substance under investigation depends on
the minimum data requirements laid down in the relevant legislation for new and existing
substances and biocides, respectively (see Section 3.9.2.1). In addition all available toxicity data
have to be submitted. The adequacy of existing studies needs to be assessed critically with
consideration of the quality of data and the adequacy of the protocol design. Where it is
considered that the existing data are inadequate to provide a clear assessment of the toxicological
potential, the need for further testing should be considered in view of all available relevant
information on the substance, including its use pattern, the potential for human exposure and
chemical properties and structural alerts.

The potential for human exposure at levels giving cause for concern in the light of the toxicity of
the substance may indicate a need for further testing: the decision on when, or whether, to
investigate further a specific observed effect (i.e. to do more testing) will be influenced by the
outcome of the exposure assessment as well as the nature of the effect.

In summary, the need to conduct further repeated dose toxicity test(s) may be identified as an
outcome of a risk assessment, or may arise as the supply level of a new substance increases.

Exemptions from testing are foreseen for new and existing substances as well as for biocides
(escape clause, derogation, waiving). The information required need not be provided if it is not
technically possible or if it does not appear scientifically necessary to give information, and the
reasons are clearly stated and accepted by the assessor (Annex VIIA, Annex VIII to Directive
67/548). The decision whether the escape clause or derogation can be accepted for a new or an
existing chemical substance is made on a case-by-case basis, e.g. derogation/escape may be
considered in cases where there are data on a closely related substance that could be read across
to fill the particular requirement or where a substance undergoes immediate disintegration and
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there are sufficient data on the cleavage products. Common criteria for waiving of biocides can
be found in the Technical Notes for Guidance (TNsG) on Data Requirements (2000).

When there is clear evidence that a particular effect observed in an animal study is not of
relevance to humans (e.g. male-rat-specific light hydrocarbon nephropathy), further investigation
of that effect (e.g. to establish a “no-effect level” for that particular effect) is not necessary.

The basis of the strategy for testing substances for repeated dose toxicity is stepwise testing, with
the 28-day study as the usual starting point for chemicals and the 90-day study for biocides.
However, a flexible approach is encouraged whereby the data required are identified and
obtained in an efficient manner consistent with the needs of animal welfare. The strategy
addresses the question of when more detailed investigation of specific system or organ toxicity
(e.g. neurotoxicity) may be thought necessary, and how such investigation may be performed.
The strategy should be used, as appropriate, in conjunction with the testing strategies given in the
other sections of this document.

It is strongly recommended that, when possible, the type, scope and timing of the repeated dose
toxicity testing to be applied to a substance are discussed between the notifier or company and
the Competent Authority.

3.9.6.3 Preliminary considerations

Regardless of which repeated dose toxicity test is to be conducted, the most appropriate route of
exposure has to be selected. The criteria for selection of the route of exposure are described in
Section 3.3 and Appendix V.

Any other relevant information should be taken into account: toxicokinetic data, other toxicity
data on the substance, or SAR can be used when taking decisions about when or whether to
conduct studies, or about study design (e.g. duration of study, which investigations should be
made). Specific aspects of the application of SAR for human toxicological endpoints have been
reviewed by Hulzebos et al. (1999; 2001).

Before any repeated dose studies are undertaken, at least the following parameters should be
considered:

« the physical form of the substance;

. relevant physico-chemical characteristics (e.g. solubility in water; log Kow);

« the results of any previously conducted toxicity tests;

« the chemical structure of the substance and its similarity to that of other substances of
known toxicity (i.e. SAR);

. impurities in the substance, and likely metabolites or breakdown products;

« other relevant criteria for selection of the route of exposure given in the inhalation toxicity
testing strategy;

. any data available on the substance in the published literature.

It is important to ensure that all new studies are conducted according to protocols that are
adequate, not only with respect to EU Annex V and GLP, but also in relation to the specific
substance under investigation, the end-point(s) of interest and the human exposure pattern. When
such considerations are accommodated at the study design stage, it should ensure that the
occurrence of inconclusive or irrelevant studies, and hence unnecessary use of animals, is
minimised.
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3.9.6.4 Considerations for initial 28- or 90- day toxicity testing

The design of the repeat dose toxicity study should take account of the factors listed above under
“Preliminary considerations”. It is recommended that minor extensions of the study protocol,
such as the inclusion of an extra tissue for morphology or an additional clinical chemistry or
haematological parameter, should be made when the need for this is indicated by existing
information or by observations made during the study.

For instance, if a substance has a clear structural similarity to a known thyroid toxicant,
measurements of thyroid hormone levels could be included.

In the revised EU Annex V B.7 (equivalent to OECD 407 (1995)) and Annex V B.26 (equivalent
to OECD 408 (1998)) for the oral 28-day and 90-day studies, respectively, more emphasis is
given to clinical observation, clinical chemistry and pathology and the identification of
substances which induce adverse neurological or immunological effects. Use of the updated
Annex V methods and OECD guidelines may reduce the amount of supplementary testing
required. It is recommended to apply the updated study design of Annex V B.7 and 26 for all
new 28-day and 90-day studies including studies with dermal and inhalation exposure (OECD
410/411 or 412/413), although the time-points of neurological/behavioural examinations as
recommended in Annex V B.7 and 26 (OECD 407 and 408) may have to be adapted in studies
involving dermal and inhalation exposure routes.

As mentioned above, investigation of repeated dose toxicity is usually initiated by the
performance of an oral 28-day study for chemicals and a 90-day study for biocides, which are
usually conducted in rats. On a case-by-case basis, there can be scientifically justifiable reasons
for using a test of another duration as the initial repeated dose toxicity test.

Acceptable reasons for the performance of a 90-day study at base set level for chemicals instead
of a 28-day study include:

. the substance is expected to be of low systemic toxicity, but may cause lung fibrosis (e.g.
substances which can be inhaled, sparingly soluble dusts);

. the substance is expected (e.g. from SAR) to have some toxicity, but is also supplied at or
expected quickly to reach higher tonnage levels and there is sufficient information available
to enable selection of appropriate and adequate dose levels in a 90-day study;

. the nature of expected effects is such that they may not be detected in a 28-day study;

. together with one of the above, the exposure pattern with respect to level and duration
indicates that a longer term study is appropriate.

3.9.6.5 Immediate further testing

Immediate further testing for repeated dose toxicity may be indicated in some cases.
Circumstances which may indicate such a requirement could include one or more of the
following:

« failure to identify an NOAEL in the initial repeated dose study;

« toxicity of particular concern (e.g. serious/severe effects);

. indications of an effect (e.g. immunotoxicity, neurotoxicity) for which the available
evidence is inadequate for toxicological and/or risk characterisation;

. the route of exposure used in the initial repeated dose study was inappropriate in relation to
the expected route of human exposure and route-to-route extrapolation cannot be made;

« particular concern regarding exposure (e.g. use in consumer products leading to exposure
levels which are high relative to the dose levels at which toxicity is observed);
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« SAR has indicated an effect which was not detected in the initial study.

When immediate further testing is required, its nature and scope will be decided on a case-by-
case basis. It may range from re-examination of some of the archived tissues to a further study
(e.g. a study of specific organ toxicity or mechanistic studies; another repeated dose study via a
different route of exposure or/and of longer duration).

For new substances, if some of the conditions which would lead to consideration of immediate
post-base-set testing exist, but not to an extent that immediate testing is required, the conclusion
given at Article 3 (4) (ii) of Directive 93/67 will normally apply and - depending on the degree
of concern for human exposure - the decision may be that further testing should be conducted at
10 tpa (50 t cumulative).

3.9.6.6 (Sub)chronic toxicity studies

The duration of any post-28-day study needs careful consideration: the optimum duration of a
study to ensure that qualitative identification of all target tissues and definition of the NOAEL
are achieved is difficult to define on the basis of currently available data, and will be influenced
by the expected exposure pattern. However, it is recommended that, unless there is good
evidence that a chronic study should be conducted, and an adequate protocol can be defined (e.g.
dose levels), the sub-chronic (90-day) study should be selected to follow a 28-day study when
further testing is necessary (as it is for new substances when supply levels reach 100 tpa). It may
prove difficult to set dose levels for a chronic study in the absence of a 90-day study.

For biocides, two oral 90-day toxicity studies conducted in a rodent and in a non-rodent species
represent the basic requirement of repeated-dose toxicity testing. However, waiving of the non-
rodent study (usually performed with dogs) can be considered:

. if the 90-day rodent studies do not indicate substance-related effects at the limit dose level
(corresponding to a substance intake of 1,000 mg/kg bw/day).

. if the mechanism of the toxicity is known, if it can be justified that the toxicological effect is
not specific to the rodent species and if mechanism studies provide scientific evidence that
the toxicological profile does not differ between the animal species.

In general, a 90-day non-rodent study does not have to be conducted if a 1-year non-rodent
toxicity study is available. Waiving of the 90-day or 1-year non-rodent study is not possible if
long-term toxicity studies in both species are waived under the conditions described further
below.

The justification for not conducting a 90-day study would need to be substantial as the 90-day
(sub-chronic study) is an important basis for classification, and may be used to set dose levels for
other tests (e.g. reproductive toxicity studies and studies of organ/system toxicity). An example
of the sort of substance for which sub-chronic/chronic testing might be considered superfluous
would be a non-reactive, insoluble substance which cannot be inhaled and for which there is no
evidence of absorption and no evidence of toxicity in a 28-day “limit test”, particularly if such a
pattern is coupled with limited human exposure.

Chronic toxicity studies are normally required in two species for biocides (rat and second
mammalian species) and in one species (normally the rat) for new chemicals at 1,000t/a. Chronic
toxicity studies may also be required for new substances at lower supply levels and for existing
substances depending on the available toxicity and exposure data; e.g. for substances to which

134



EFFECTS ASSESSMENT

lifetime human exposure is possible (such as components of household/laundry cleaning
products for manual use), a chronic toxicity study will normally be required.

Planning of the long-term studies should be made on the basis of previous short-term toxicity
study results. In addition, toxicokinetic studies, if designed appropriately, may reveal
accumulation of a substance or its metabolite(s) in certain tissues or organs which would
possibly remain undetected in short-term toxicity tests but which are liable to result in adverse
effects upon prolonged exposure. Thus, based on these results, a case-by case expert judgement
may require the submission of a chronic toxicity study at lower annual production rate levels.

The minimum duration for a chronic toxicity study conducted in rats is 12 months, according to
the EU Annex V method. Longer studies (e.g. “lifetime” - 2 years in rats) may be considered
appropriate for adequate identification of the NOAEL. It is recommended that if a
carcinogenicity study is to be conducted on a substance, an investigation of chronic toxicity
should form part of the study protocol. It is now usual practice to investigate chronic toxicity in
the same study as carcinogenicity and for this purpose to use sufficient satellite groups, which
are treated for at least 12 months, to identify the NOAEL for systemic toxicity. This takes
account of potential age-related changes in the animals that can confound interpretation of
observed effects after lifetime exposure. In long-term studies, it is important to choose the
species/strain of experimental animal in relation to its known geriatric effects and the toxic
effects which are under investigation.

For biocides, waiving of both chronic toxicity studies may be considered if the subchronic
studies in rodents and non-rodents do not indicate substance-related adverse effects at the limit-
dose level.

3.9.6.7 Specific system/organ toxicity

General aspects

For some specific system/organ effects the testing methods of EU Annex V or the OECD may
not provide for adequate characterisation of the toxicity. There may be indications of such effects
in the standard studies for systemic toxicity, or from SAR. For adequate characterisation of the
toxicity and, hence, the risk to human health, it may be necessary to conduct studies using other
published test methods, “in-house” methods or specially designed tests. Some references are
given in Table 5. When it is considered necessary to conduct a study to investigate specific
organ/system toxicity, it is important that the study design is discussed by the
contractor/laboratory and the assessor, paying particular attention to the protocol to be used,
before initiating the study. The need for (and scope/size of) studies using live animals should be
particularly carefully considered.

Some specific investigation of organ/systemic toxicity (e.g. hepatotoxicity and nephrotoxicity) is
undertaken as part of the EU Annex V repeated dose toxicity tests. Reproductive toxicity is
specifically examined using special methods (Annex V) and a strategy for addressing this
concern is to be found at Section 3.12. Specific investigation (or further investigation) of any
organ/system toxicity (e.g. kidney, cardiac, adrenal, thyroid) may sometimes be considered
necessary and should be addressed on a case-by-case basis. The Competent Authorities have
requested that guidance on specific investigation of neurotoxicity and immunotoxicity forms a
part of this testing strategy. Also addressed herein, as a discrete issue, is lung overload and
fibrosis.
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Definition of neurotoxicity

Neurotoxicity is the induction by a chemical of adverse effects in the central or peripheral
nervous system, or in sense organs. It is useful for the purpose of hazard and risk assessment to
differentiate sense organ-specific effects from other effects which lie within the nervous system.
A substance is considered “neurotoxic” if it induces a reproducible lesion in the nervous system
or a reproducible pattern of neural dysfunction.

Substances are not classified specifically as neurotoxicants: neurotoxic substances will be
classified as very toxic, toxic or harmful, in accordance with the criteria given in Directive
2001/59 (Annex VI to Directive 67/548).

Introduction

It is recommended that a hierarchical approach is taken in the investigation of the potential
neurotoxicity of substances. The starting point for the testing strategy should be exposure
considerations, in vitro data, SAR and should proceed via data already available from base set
tests to more specific testing. Thus, any indications of specific or non-specific neurotoxicity in
the acute and repeated dose toxicity tests should be carefully noted. The present EU and OECD
oral 28-day and 90-day tests (EU Annex V B7, Annex V B26, OECD 407, 1995; OECD 408,
1998) examine a number of simple nervous system endpoints (e.g. clinical observations of motor
and autonomous nervous system activity, histopathology of nerve tissue), which should be
regarded as the starting point for evaluation of a substance potential to cause neurotoxicity. It
should be recognised that the standard 28-/90-day tests measure only some aspects of nervous
system structure and function, while other aspects, e.g. learning and memory and sensory
function is not or only superficially tested. SAR considerations may prompt the introduction of
additional parameters to be tested in standard toxicity tests or the immediate request of studies
such as delayed neurotoxicity (EU Annex V B37 or B38, OECD 418 or 419; see below). Any
indication of potential neurotoxicity of substances can also be a trigger for testing for
developmental neurotoxicity. For detailed guidance see Section 3.12.6.7.

If there are no indications of neurotoxicity in humans, and no indications in adequately
performed acute and repeated dose toxicity tests, and none from SAR, it will not be necessary to
conduct any special tests for neurotoxicity.

Structure-activity considerations

Structural alerts are only used as a positive indication of neurotoxic potential. Structural alerts
for neurotoxicity may be found in TNO (1999); including organic solvents (for chronic toxic
encephalopathy); organophosphorus compounds (for delayed neurotoxicity), and carbamates (for
cholinergic effects). Several estimation techniques are available, one of which is the rule-based
DEREK (Deductive Estimation of Risk from Existing Knowledge) system developed in the UK.
The rulebase comprises the following hazards and structural alerts: Organophosphate (for direct
and indirect anticholinesterase activity); N-methyl or N,N-dimethyl carbamate (for direct
anticholinesterase activity); gamma-diketones (for neurotoxicity)

Initial testing

Signs of neurotoxicity in standard acute or repeated dose toxicity tests may be secondary to other
systemic toxicity or to discomfort from physical effects such as a distended or blocked gastro-
intestinal tract. Nervous system effects seen at dose levels near or above those causing lethality
should not be considered, in isolation, to be evidence of neurotoxicity. In acute toxicity studies
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where high doses are administered, clinical signs are often observed which are suggestive of
effects on the nervous system (e.g. observations of lethargy, postural or behavioural changes),
and a distinction should be made between specific and non-specific signs of neurotoxicity.

Neurotoxicity may be indicated by the following signs: morphological (structural)changes in the
central or peripheral nervous system or in special sense organs; neurophysiological changes (e.g.
electroencephalographic changes); behavioural (functional) changes; neurochemical changes
(e.g. neurotransmitter levels).

The type, severity, number and reversibility of the effect should be considered. Generally a
pattern of related effects is more persuasive evidence of neurotoxicity than one or a few
unrelated effects.

It is important to ascertain whether the nervous system is the primary target organ. The
reversibility of neurotoxic effects should also be considered. The potential for such effects to
occur in exposed humans (i.e. the exposure pattern and estimated level of exposure are “acute”)
should be considered in the risk characterisation. Reversible effects may be of high concern
depending on the severity and nature of effect. In this context it should be kept in mind that
effects observed in experimental animals that appear harmless might be of high concern in
humans depending on the setting in which they occur (e.g. sleepiness in itself may not be
harmful, but in relation to operation of machinery it is an effect of high concern). Furthermore
the possibility that a permanent lesion has occurred cannot be excluded, even if the overt effect is
transient. The nervous system possesses reserve capacity, which may compensate for the
damage, but the resulting reduction in the reserve capacity should be regarded as an adverse
effect. Compensation may be suspected if a neurotoxic effect slowly resolves during the lifespan.
This could be the case for developmental neurotoxicants (see Section 3.12.6.7). Irreversible
neurotoxic effects are of high concern and usually involve structural changes, though, at least in
humans, lasting functional effects (e.g. depression, involuntary motor tremor) are suspected to
occur as a result of neurotoxicant exposure, apparently without morphological abnormalities.

For the evaluation of organophosphate pesticides, Competent Authority experts agreed to use the
WHO/FAO Joint Meeting of Experts on Pesticide Residues (JMPR) recommendations on
“Interpretation of Cholinesterase Inhibition” (FAO, 1998; 1999). The applicability of these
recommendations, outlined below, could also be extended to biocides and new/existing
substances.

Recommendations from the WHO/FAQ Joint Meeting of Experts on Pesticide Residues (JMPR)

The inhibition of brain acetylcholinesterase activity and clinical signs are considered to be the
primary end-points of concern in toxicological studies on compounds that inhibit
acetylcholinesterases. Inhibition of erythrocyte acetylcholinesterase is also considered to be an
adverse effect, insofar as it is used as a surrogate for brain and peripheral nerve acetylcholin-
esterase inhibition, when data on the brain enzyme are not available. The use of erythrocyte
acetylcholinesterase inhibition as a surrogate for peripheral effects is justified for acute
exposures resulting in greater acetylcholinesterase inhibition in erythrocytes than in the brain.
However, reliance on inhibition of erythrocytic enzyme in studies of repeated doses might result
in an overestimate of inhibition on peripheral tissues, because of the lower rate of resynthesis of
the enzyme in erythrocytes than in the nervous system. Plasma acetylcholinesterase inhibition is
considered not relevant. Regarding brain and erythrocyte acetylcholinesterase inhibition, the
experts defined that statistically significant inhibition by 20% or more represents a clear
toxicological effect and any decision to dismiss such findings should be justified. JMPR also
agreed on the convention that statistically significant inhibition of less than 20% or statistically
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insignificant inhibition above 20% indicate that a more detailed analysis of the data should be
undertaken. The toxicological significance of these findings should be determined on a case-by-
case basis. One of the aspects to consider is the dose-response characteristic.

Certain substances and/or certain effects are best investigated in particular species. Pyridine
derivatives are neurotoxic to humans and primates but not to rats. Among other neurotoxic
compounds, organophosphorus compounds are a group with known delayed neurotoxic
properties, which need to be assessed in a specified test for delayed neurotoxicity, to be
performed preferentially in the adult laying hen according to EU Annex V B.37 or OECD 418
(Delayed neurotoxicity of organophosphorus substances following acute exposure) and Annex V
B.38 or OECD 419 (Delayed neurotoxicity of organophosphorus substances: 28-day repeated
dose study). Such studies are specifically required for biocidal substances of similar or related
structures to those capable of inducing delayed neurotoxicity. If anticholineesterase activity is
detected, a test for response to reactivating agent may be required.

Further neurotoxicity testing

If the data acquired from the standard systemic toxicity tests are inadequate or provide
indications of neurotoxicity which are not adequate for risk characterisation, the nature of further
investigation will need to be considered. If further standard 28- or 90-day studies are to be
conducted, a number of nervous system endpoints will be examined. These endpoints should be
included in the tests irrespective of the administration route. A standard study with additional
parameters could be considered. In some cases, it may be necessary to conduct a specific study
such as a neurotoxicity test using the OECD method 424 (or corresponding EU test method
which will eventually be introduced into Annex V) with possible inclusion of a satellite group
for assessment of reversibility of effects. The OECD 424 is intended for confirmation or further
characterisation of potential neurotoxicity identified in previous studies. The OECD guideline
allows for a flexible approach, in which the number of simple endpoints which duplicate those
already examined during standard testing may be minimised, and where more effort is put into
in-depth investigation of more specific endpoints by inclusion of more specialised tests.
Adjustment of dose levels to avoid confounding by general toxicity should be considered. If
additional studies are considered necessary the design of further studies should be discussed by
the assessor and the contractor/laboratory before these tests are started.

If data from standard toxicity studies are clearly indicative of specific neurotoxicity, e.g.
neurotoxicity occurring at lower dose levels than systemic toxicity, further specific neurotoxicity
testing is required to confirm and extend the findings from the general toxicity studies and to
establish an NOAEL for neurotoxicity. Again, the neurotoxicity test according to OECD 424 is
considered appropriate for this situation.

Standard exposure conditions may not always be adequate for neurotoxicity studies. The
duration of exposure needed to induce specific neurotoxic effects in an animal experiment will
depend on the underlying mechanism of action. Short-term peak exposures can be important for
certain types of substance/effect. When the test compound is administered as a bolus via the
intravenous, subcutaneous or oral route it is essential to determine the time-effect course, and to
perform measurements of neurotoxicity parameters preferentially at the time of peak effect.

For example, the neurotoxicity associated with short-term exposure to some volatile organic
solvents has largely been identified following human exposure - particularly occupational
exposure. Acute inhalation studies, using protocols designed to detect the expected effects, are
ideal for such substances/effects. For some neurotoxic substances a long exposure period is
necessary to elicit neurotoxicity.
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The most appropriate methods for further investigation of neurotoxicity should be determined on
a case-by-case basis, guided by the effects seen in the standard systemic toxicity tests and/or
from SAR-based predictions. Extensive coverage of methods which may be used is given in
OECD (2000), IPCS (1986) and ECETOC (1992), and some are summarised in Table 5, below.

Table 5 Methods for investigation of neurotoxicity

Effect Methods available References *

Morphological changes | Neuropathology. Gross anatomical techniques. Krinke, 1989; O'Donoghue, 1989;
Immunocytochemistry. Special stains. Mattsson et al., 1990

Physiological changes | Electrophysiology (e.g. nerve conduction velocity | Fox et al., 1982; Rebert, 1983;

(NCV), Electroencephalogram (EEG), evoked Mattsson and Albee, 1988
potentials).
Behavioural changes Functional observations. Sensory function tests. Robbins, 1977; Tilson et al., 1980;
Motor function tests (e.g. locomotor activity). Cabe and Eckerman, 1982; Pryor et al., 1983;
Cognitive function tests. Moser and McPhail, 1990; Moser, 1995

Biochemical changes Neurotransmitter analyses. Enzyme/protein activity. | Dewar and Moffett, 1977; Damstra and Bondy, 1982;
Measures of cell integrity. Cooper et al., 1986; Costa, 1998

* Given in full in ECETOC (1992), IPCS (1986) or Mitchell (1982) in the References.

Definition of immunotoxicity

“Immunotoxicity” is the ability of a substance to adversely affect the immune system: the
immune response of affected individuals is altered. Immunotoxic responses may occur when the
immune system is the target of the chemical insult; this in turn can result in either
immunosuppression and a subsequent decreased resistance to infection and certain forms of
neoplasia, or immune dysregulation which exacerbates allergy or autoimmunity. Alternatively,
toxicity may arise when the immune system responds to an antigenic specificity of the chemical
as part of a specific immune response (i.e. allergy or autoimmunity) (IPCS, 1996). Changes of
immunological parameters may also be a secondary response to stress resulting from effects on
other organ systems. Therefore, it must be recognized that in principle all chemical substances
may be able to influence parameters of the immune system if administered at sufficiently high
dosages. However an immunotoxic effect should not be disregarded until a thorough
investigation has been performed.

Introduction

The toxicological significance of immune responses is currently under discussion by several
scientific groups (e.g., ECETOC, IPCS). Immunotoxicity is of particular concern for test
substances that induce toxicity on the immune system at dose levels below those which induce
toxicity at other target sites. If the immunotoxicity is the critical effect, it is recommended to
assess immune effects in the risk assessment process as for any other toxic effect (IPCS, 1996;
Richter-Reichhelm et al., 2001). As the revised test methods (EU Annex V B.7 and B.26, OECD
407 and 408) become applied routinely, it is expected that the database on immunotoxic potential
of substances will increase and experience on the evaluation of immune effects will improve.
Primarily the test guidelines are intended as a screening for immunotoxicity, and depending on
the results immediate further testing may be needed.
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Hypersensitivity

Skin and respiratory sensitisation to substances are examples of hypersensitivity. For further
discussion on this topic, see Section 3.8 on Sensitisation.

Immunosuppression

The basis of the recommended approach to assessment of the potential immunotoxicity of a new
substance is that many immunotoxic substances can be identified via the standard tests for
systemic toxicity, particularly if the relevant additional measures of the updated EU and the
OECD 28-day and 90-day test guidelines (see below) are used. As these additional measures do
not comprise functional tests, it should be noted that discussions are currently taking place in the
OECD as to whether these revised guidelines should be further enhanced by the inclusion of a
function test (i.e. antibody response to sheep erythrocytes). Special studies to characterise effects
of concern for immunotoxicity are used only when necessary for adequate risk characterisation.
The nature of special studies, and when they should be conducted, need to be decided on a case-by-
case basis. In particular, the use of in vivo tests should not be undertaken without detailed
consideration of the need for such studies. A tiered approach to the identification of immunotoxic
hazard in routine toxicology is described in IPCS (1996) and Richter-Reichhelm et al. (2001).

The revised protocols of both the EU and the OECD 28-day and 90-day studies EU Annex V B.7
and B.26, equivalent to OECD 407 and TG 408, respectively) now include the measurement of
thymus and spleen weights and histopathological examination of certain lymphoid tissues (i.e.
thymus, draining and distant lymph nodes, Peyer’s patches, bone marrow section) in addition to
the total and differential white blood cell counts and spleen histopathology required in the
previous Annex V method. These tissues all have immunological function and changes to them
can be indicative of adverse effects on the immune system.

The additional histopathological examinations listed above should be conducted on all control
and high-dose animals. The stipulated tissues from all animals in all dose groups should be
preserved. If tissues from high-dose animals show treatment-related changes, those from lower
dose groups should also be examined to try to establish the NOAEL. The documentation of
histopathology findings on immune organs can be improved by using a diagnostic system as
developed by international colloborative studies (ICICIS, 1998; Kuper et al., 2000; Richter-
Reichhelm and Schulte, 1996). In this system the lymphoid tissue is divided into compartments
and the effects are assessed by application of a semiquantitative grading system. If there are
changes in the bone marrow section, a bone marrow smear may be useful to quantify the
changes: for a substance suspected to be immunotoxic (e.g. from SAR) it would be useful to
prepare bone marrow smears in anticipation of this need. For these substances the study design
could be further enhanced by adding parameters such as identification of lymphocyte
subpopulations (flowcytometric analysis) and/or determination of serum immunoglobuline
concentrations. Satellite groups could be included to conduct functional tests, e.g. antibody
response to sheep erythrocytes.

If there are no indications of immunotoxicity in the 28-day (or 90-day) toxicity test, and also
none from SAR, no further specific investigation for immunotoxicity will normally be required.
However, when further studies of systemic toxicity are conducted on such substances,
investigations for potential immunotoxicity, as described above should also be undertaken.

The need for further testing to examine in more depth the immunotoxicity of a substance giving
rise to concern for immunotoxicity in the base-set repeated dose test will be considered on a
case-by-case basis. Substances with SAR indications of potential immunotoxicity, but no
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indications from the repeated-dose test results, may also need to be considered for further testing
for immunotoxicity. The timing of any further testing to investigate immunotoxicity will be
influenced by the level of concern in relation to both the observed/expected effects and the
potential for human exposure. The severity of the effect, its implications for human health and
which human population(s) are exposed (e.g. workers and/or consumers) will be influencing
factors.

Indications of immunotoxicity from standard repeated-dose studies include one or more of the
following signs:

. morphological changes of lymphoid organs and tissues including bone marrow (e.g. altered
cellularity/size of major compartments);

. weight changes of lymphoid organs;

« changes in haematology parameters (e.g. white blood cell number, differential cell counts of
lymphocytic, monocytic and granulocytic cells);

o changes in clinical chemistry parameters (e.g. serum protein levels, immunoglobulin
concentrations if determined).

Further testing to investigate immune function (e.g. a T-cell function test for substances which
cause histopathological changes in the thymus, host resistance models) should be conducted only
if the results of such studies can be interpreted in relation to the risk assessment for the
substance. In many cases, the observation of the morphological changes or of changes of in
haematology and of clinical chemistry parameters, together with an NOAEL for those changes,
will be sufficient for screening. Functional assays may give valuable information to identify
immunotoxic effects and, in some cases, they can be more sensitive than non-functional assays.
However, it should be noted that the observation of the immunological changes discussed above
may not necessarily reflect a primary immunotoxic effect but may be secondary to other effects.

Currently there are few methods for specific investigation of immuntoxic effects which are
regarded as sufficiently validated for routine use (IPCS, 1996; Richter-Reichhelm et al., 2001).
The plaque forming assay or the equivalent using the ELISA method (Enzyme-linked
Immunosorbent Assay) are recommended to identify altered T-cell dependent humoral responses
(Van Loveren et al., 1991; Temple et al., 1993). Of particular value for risk assessment are so
called host resistance models, in which the clinical relevance of immunotoxicity can be
evaluated (Van Loveren, 1995; IPCS, 1996). Other methods may also be of value to provide
information on the mode of immunotoxic action (e.g., mitogen stimulation tests, leucocyte
phenotyping). However, further work is needed on standardisation and validation of these test
methods.

As no specific guideline for immunotoxicity testing has been developed, it is recommended that
the assessor and the contractor/laboratory discuss the need for further investigation of
immunotoxicity and, when testing is required, discuss the test to be used and the study design
before testing is started.

Other immunomodulating effects

Autoimmune diseases are another important area of substance-induced immunotoxicity. At
present there are no specific assays to assess substances for their potential to induce autoimmune
reactions.
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Effects on the endocrine system

The endocrine system consists of a set of glands such as the thyroid, gonads and the adrenal
glands, and the hormones they produce such as thyroxine, oestrogen, testosterone and adrenaline,
which help guide the development, growth, reproduction and behaviour of animals, including
human beings (EC Commission Communication, 1999). Guidance relating to endocrine
disrupters and reproduction is given in the appropriate chapter of the TGD (see 3.12.7.3).

The IPCS has, together with Japanese, USA, Canadian, OECD and European Union experts,
agreed the following working definitions for endocrine disrupters:

1. a potential endocrine disrupter is an exogenous substance or mixture that possesses
properties that might be expected to lead to endocrine disruption in an intact organism, or its
progeny, or (sub)populations;

2. an endocrine disrupter is an exogenous substance or mixture of substances that alters
functions(s) of the endocrine system and consequently causes adverse health effects in an
intact organism, or its progeny, or (sub)populations.

Endocrine disrupters are believed to interfere with the endocrine system in at least three possible
ways:

. by mimicking the action of a naturally-produced hormone such as oestrogen or testosterone
and thereby setting off similar chemical reactions in the body;

. by blocking the receptors in cells receiving the hormones (hormone receptors), thereby
preventing the action of normal hormones;

. Dby affecting the synthesis, transport, metabolism and excretion of hormones, thus altering
the concentration of normal hormones.

There are associations between exposure to those endocrine disrupting chemicals so far
evaluated and human health disturbances such as testicular, breast and prostate cancers, thyroid
dysfunction as well as intelligence and neurological problems, although a causative role has not
been verified.

In relation to hazard identification, although OECD 407 for the 28-day study is currently being
updated with more emphasis to be placed on detection of endocrine effects, there are currently
no test strategies/methods available which specifically detect all effects which have been linked
to the endocrine disruption mechanism. However, the OECD has set up a Working Group (Task
force on Endocrine Disrupters Testing - EDTA) with the specific objective of developing a
harmonised approach to the screening and testing of chemicals for this endpoint. An overview of
the extent and nature of current OECD activities on endocrine disrupters can be found at
http://www.oecd.org/ehs/ ENDOCRIN.HTM.

Overload phenomena and pulmonary fibrosis

Substances which can be inhaled, sparingly soluble in water and fat, and of low systemic toxicity
may cause adverse effects in the lung (irreversible impairment of lung clearance, lung fibrosis
and lung tumour formation) which can be explained by “overload phenomena”.

The available data on insoluble dusts indicate that, in the workplace, overload-related effects can
be avoided by maintaining the atmospheric concentration of the substance below the specific
gravity (relative density) value of the substance expressed as mg-m~ (i.e. the atmospheric
concentration should be <1.6 mg-m™ for a substance with a specific gravity of 1.6).
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The principle outlined in the paragraph above does not, however, apply to substances which are
cytotoxic at concentrations below those leading to overload: Such substances may induce
fibrosis at lower concentrations. Therefore, it is recommended that inhalable, sparingly soluble
substances with low systemic toxicity are examined immediately after the initial repeated dose
toxicity testing, using an appropriate test for cytotoxicity (e.g. using primary macrophage
cultures or epithelial cell lines in vitro; or analysis of broncho-alveolar lavage fluid (see
Henderson, 1989)). Positive (e.g. silica) and negative (e.g. TiO,) control substances should be
included in the test. If the cytotoxicity test is negative, no further testing in relation to pulmonary
fibrosis is necessary.

If the substance is considered to be cytotoxic, a repeated dose inhalation study of sufficient
duration to detect fibrotic changes may be necessary to establish the NOAEL. If a 28-day study
has been conducted using the inhalation route of exposure, early indications of fibrotic change
may have been detected, and a NOAEL identified. When inhalation testing for a longer period is
required to establish the NOAEL for a new substance, its timing will be influenced by the
potential for human exposure as well as the amount of information available on the dose-
response relationship. If human exposure is not well controlled (e.g. the substance is used as a
consumer product) and/or there is insufficient information on the inhalation concentration-
response from toxicity test data already available, further testing may be required without further
delay (e.g. immediately post-base-set).

The need for such repeated dose inhalation testing of an existing substance would have to be
established on a case-by-case basis taking into account all the relevant information available on
the substance and the criteria discussed above.
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3.10 MUTAGENICITY

3.10.1 Introduction

In the risk assessment of substances it is necessary to address the potential effect of
“mutagenicity”. It can be expected that some of the available data will have been derived from
tests conducted to investigate harmful effects on genetic material (“genotoxicity”’). Hence, both
the terms “mutagenicity” and “genotoxicity” are used in this document.

3.10.1.1 Definitions of mutagenicity and genotoxicity

The chemical and structural complexity of the chromosomal DNA and associated proteins of
mammalian cells, and the multiplicity of ways in which changes to the genetic material can be
effected make it difficult to give precise, discrete definitions.

Mutagenicity refers to the induction of permanent transmissible changes in the amount or
structure of the genetic material of cells or organisms. These changes may involve a single gene
or gene segment, a block of genes or whole chromosomes. Effects on whole chromosomes may
be structural and/or numerical.

Genotoxicity is a broader term and refers to potentially harmful effects on genetic material which
are not necessarily associated with mutagenicity. Thus, tests for genotoxicity include tests which
provide an indication of induced damage to DNA (but not direct evidence of mutation) via
effects such as unscheduled DNA synthesis (UDS), sister chromatid exchange (SCE), DNA
strandbreaks, DNA adduct formation or mitotic recombination, as well as tests for mutagenicity.

3.10.1.2 Objectives of investigating the potential for substance-induced
mutagenicity and genotoxicity

Deleterious changes to the genetic material of cells may occur spontaneously or be induced as a
result of exposure to ionising or ultraviolet radiation, or genotoxic substances. In principle,
human exposure to substances that are mutagens can be expected to result in increased
frequencies of mutations above background.

Mutations in somatic cells may be lethal or may be transferred to daughter cells with deleterious
consequences for the affected organism (e.g. when they occur in proto-oncogenes, tumour
suppressor genes and/or repair genes) ranging from trivial to detrimental or lethal.

There is considerable evidence of a positive correlation between the mutagenicity of substances
in vivo and their carcinogenicity in long-term studies with animals. Genotoxic carcinogens are
chemicals for which the most plausible mechanism of carcinogenic action is a consequence of
genotoxic events. Some known carcinogens do, however, appear to be active through a non-
genotoxic mechanism (i.e. initial steps of carcinogenesis do not involve direct interaction of the
substance itself, or its metabolites, with DNA). Their carcinogenic potential will not be indicated
by genotoxicity tests.

Heritable damage to the offspring, and possibly to subsequent generations, of parents exposed to
substances that are mutagens may follow if mutations are induced in parental germ cells. To
date, all known germ cell mutagens are also mutagenic in somatic cells in vivo. Substances that

144



EFFECTS ASSESSMENT

are mutagenic in somatic cells may produce heritable effects if they, or their active metabolites,
reach the genetic material of germ cells.

The aims of testing for genotoxicity are, therefore, to assess the potential of substances to be
genotoxic carcinogens or to cause heritable damage in humans. Genotoxicity data are used in
risk characterisation and classification of substances.

3.10.2 Data to be used in the effects assessment

3.10.2.1 Minimum data requirements

Minimum data requirements are defined for new and existing chemicals and biocides. These
should be followed as far as reasonably practicable.

New and existing chemicals

The minimum data requirement for industrial chemicals is that, as specified in Annex VII A to
Directive 67/548, genotoxicity data should be available from at least two tests: A bacterial gene
mutation test and a test capable of detecting chromosomal aberrations which in the absence of
contra-indications should be conducted in vitro.

There are some exceptions to the above requirements. For new substances supplied at relatively
low levels (e.g. >100 kg pa but <1 tpa) the basic requirement is for a gene mutation test in
bacteria only. A positive result should normally be followed at least by a second test according to
the strategy outlined below (Section 3.10.5.6). However, the timing of this, and any other further
testing, will be influenced by the potential for human exposure: the greater the potential extent of
exposure, the greater the need for further testing. Consequently, especially if there is also a clear
structural alert for mutagenicity, additional in vitro tests may be requested immediately.

Biocides

The Biocidal Products Directive (98/8 and associated Technical Notes for Guidance (TNsG))
defines a “common core data-set” that is required for the endpoint of mutagenicity. This data set
comprises of three tests: a bacterial gene mutation test, an in vifro mammalian cell cytogenics
study and an in vitro mammalian cell gene mutation assay.

3.10.2.2 Data that may already be available

In the case of existing substances, a wealth of genotoxicity data may be available from studies
conducted in vitro and/or in vivo but many of the tests may have been conducted using methods
different from those in Annex V to Directive 67/548. There may be non-standard studies
available in which “site of contact” tissues (i.e. skin, epithelium of the respiratory or gastro-
intestinal tract) were examined. In addition data from plant, fungal or Drosophila systems may
be available. Occasionally, studies of genotoxic effects in humans may also be available. The
validity and usefulness of each of the data sets to the overall assessment of genotoxicity should
be individually assessed, taking account of protocol design and current expert views on the value
of the test systems.
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Useful data for the effects assessment may also be obtained from studies on toxicokinetics
(including metabolism); in vitro studies on macromolecule binding; from a knowledge of the
reactivity and electrophilicity of the substance and from the presence or absence of “structural
alerts” for genotoxicity.

3.10.3 Evaluation of the available data

Evaluation of genotoxicity test data should be made with care. Regarding “positive” findings,
responses may be generated only at highly toxic/cytotoxic concentrations, and the presence or
absence of a dose-response relationship should be considered.

Particular points to take into account when evaluating “negative” test results include:

« the doses or concentrations of test substance used (were they high enough?);

. the volatility of the test substance (were concentrations maintained in tests conducted in
vitro?);

. for studies in vitro, the possibility of metabolism not active in the system including those in
extrahepatic organs;

« 1s the substance reaching the target organ?

. the reactivity of the substance (e.g. rate of hydrolysis, electrophilicity, presence or absence
of structural alerts).

Contradictory results between different test systems should be evaluated with respect to their
individual significance. Examples of points to be considered are as follows:

« conflicting results obtained in non-mammalian systems and in mammalian cell tests may be
addressed by considering possible differences in metabolism or in the organisation of
genetic material. Additional data may be needed to resolve contradictions;

« if the results of indicator tests (e.g. DNA binding; SCE) are not supported by results
obtained in tests for mutagenicity, the results of mutagenicity tests are generally of higher
significance;

. if contradictory findings are obtained in vitro and in vivo, in general, the results of in vivo
tests indicate a higher degree of reliability. However, for evaluation of “negative” results in
vivo, it should be considered whether there is adequate evidence of target tissue exposure.

Conflicting results may be also available from the same test, performed by different laboratories
or on different occasions. In this case, expert judgement should be used to reach an overall
evaluation of the data. In particular, the quality of each of the studies and of the data provided
should be evaluated, with consideration especially of the study design, reproducibility of data,
dose-effect relationships, and biological plausibility of the findings. The purity of the test
substance may also be a factor to take into account. Furthermore, studies compliant with GLP
may be regarded as being of a higher quality.

Human data and their relevance have to be assessed carefully on a case-by-case basis due to
limitations of the techniques available. In particular, attention should be paid to the adequacy of
the exposure information, confounding factors, and to sources of bias in the study design. The
statistical power of the test may also be considered.
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3.10.4 Assessment of the dose-response relationship

The default assumption for genotoxic chemicals, in the absence of mechanistic evidence to the
contrary, is that they have a linear dose-response relationship. However, both direct and indirect
mechanisms of genotoxicity can be non-linear or thresholded, and sometimes this default
assumption may be inappropriate. Considerations of the dose-response relationship and of
possible mechanisms of action are important components of a risk assessment.

Examples of mechanisms of genotoxicity that that may be demonstrated to lead to non-linear or
thresholded dose-response relationships include extremes of pH, ionic strength and osmolarity,
inhibition of DNA synthesis, alterations in DNA repair, overloading of defence mechanisms
(anti-oxidants or metal homeostasis), interaction with microtubule assembly leading to
aneuploidy, topoisomerase inhibition, high cytotoxicity, metabolic overload and physiological
perturbations (e.g. induction of erythropoeisis).

In general, several doses are tested in genotoxicity assays. Determination of experimental dose-
effect relationships may be used to assess the genotoxic potential of a substance, as indicated
below:

« a dose-related increase in genotoxicity is one of the relevant criteria for identification of
positive findings. In practice, this will be most helpful for in vitro tests, but care is needed to
check for cytotoxicity or cell cycle delay which may cause deviations from a dose-response
related effect in some experimental systems;

« routine genotoxicity tests are not designed in order to derive no effect levels. However, the
magnitude of the lowest dose with an observed effect (i.e. the Lowest Observed Effect Dose
or LOED) may, on certain occasions, be a helpful tool in risk assessment. Specifically, it can
give an indication of the mutagenic potency of the substance in the test at issue. Modified
studies, with additional dose points and improved statistical power may be useful in this
regard;

. unusual shapes of dose-response curves may contribute to the identification of specific
mechanisms of genotoxicity. For example, extremely steep increases suggest an indirect
mode-of-action or metabolic switching and this could be confirmed by further investigation.

3.10.5 Testing strategy

3.10.5.1 Objective of the testing strategy

This testing strategy describes a flexible, stepwise approach for hazard identification with regard
to the mutagenic potential of substances, so that sufficient data may be obtained for adequate risk
characterisation including classification and labelling. It serves to help minimise the use of
animals and costs as far as is consistent with scientific rigour.

A summary of the testing strategy is given in Table 6.

A “base-level” of information is defined in the strategy that is considered sufficient to provide
adequate reassurance about the potential mutagenicity of most substances. Additionally, it
provides guidance on how to process complex data sets and the need for further testing.

The essential themes of the strategy apply equally to industrial chemicals (i.e. new and existing
substances) and biocides. However, differences in the regulatory approaches to assessing the
health risks posed by these different categories of chemical have to be recognised.
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For some substances, relevant data from other sources/tests may also be available (e.g. physico-
chemical, toxicokinetic, and toxicodynamic parameters and other toxicity data; data on well-
investigated, structurally similar, chemicals). These data may indicate that either more or less
studies are needed than defined at the base-level.

New substances

The testing strategy is aimed at gradually extending the genotoxicity database in a scientific
manner until sufficient data according to the requirements of Directive 67/548 have been
obtained. Directive 67/548 requires that the mutagenic potential of new substances is studied to
an extent which permits adequate risk characterisation at each defined supply level, decision
taking on the need for further testing and classification and labelling. This strategy can be
applied to the tonnage-related testing requirements for New substances, with the base—level
recommendation being applicable to substances at >1 tpa.

The initial screening tests may not give adequate information and further testing may be
considered necessary in the light of all available relevant information on the substance, including
its use pattern. Further testing will also be required in advance of the usual tonnage triggers for
substances which give rise to positive results in any of the in vitro tests, and also, particularly,
for substances for which there is significant potential for human exposure.

Existing substances

The testing strategy can be applied to existing substances by using the results of previous
genotoxicity tests and human exposure pattern (route, level, duration, involving consumers) as
primary influences, rather than supply tonnage. If negative results are available from an adequate
evaluation of genotoxicity from the existing data, there may be no requirement to conduct
additional genotoxicity tests.

Biocides

In contrast to the supply level- or exposure-pattern-linked approaches for new and existing
chemicals, the core data requirement for biocides consists of a battery of three in vitro tests (see
Section 3.10.2.1). The biocides testing strategy is independent of the annual production. However,
the strategy is comparable to that for industrial chemicals when considering the need for further
testing.

3.10.5.2 Preliminary considerations

For a comprehensive coverage of the potential mutagenicity of a substance, information on gene
mutations, structural chromosome aberrations (clastogenicity) and numerical chromosome
aberrations (aneugenicity) is required.

It is important that whatever is known of the physico-chemical properties of the test substance is
taken into account before devising an appropriate testing strategy. The chemical structure of a
substance can provide information for an initial assessment of mutagenic potential. The need for
special testing requirements in relation to photomutagenicity may be indicated by the structure of
a molecule, its light absorbing potential or its or its potential to be photoactivated. By using
expert judgement, it may be possible to identify whether a substance, or a potential metabolite of
a substance, shares structural characteristics with known mutagens or non-mutagens. This can be
used to justify a higher or lower level of priority for the characterisation of the mutagenic
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potential of a substance. Where the level of evidence for mutagenicity is particularly strong, it
may be possible to make a conclusive hazard characterisation without additional testing on the
basis of structure-activity relationships alone.

In vitro tests are particularly useful for gaining an understanding of the potential mutagenicity of
a substance and they have a critical role in this testing strategy. Animal tests will, in general, be
needed, however, for the clarification of positive findings and in case of specific metabolic
pathways that cannot be simulated adequately in vitro.

The toxicokinetic and toxicodynamic properties of the test substance should be considered as far
as possible before undertaking, or appraising, animal tests. Understanding these properties will
enable appropriate test protocols to be developed, especially with respect to tissue(s) to be
investigated, the route of substance administration and the highest dose tested. If little is
understood about the systemic availability of a test substance at this stage, an experimental
investigation may be necessary.

Certain substances may need special consideration, such as highly electrophilic substances which
give positive results in vitro, particularly in the absence of metabolic activation. Although these
substances may react with proteins and water in vivo and thus be rendered inactive towards many
tissues, they may be able to express their mutagenic potential at the initial site of contact with the
body. Consequently, the use of test methods that can be applied to the respiratory tract, upper
gastrointestinal tract and skin may be appropriate. It is possible that special test methods will be
applied in these circumstances, and these may not have recognised, internationally valid, test
guidelines. The validity and utility of such tests and the selection of protocols should be assessed
by experts from regulatory authorities and industry on a case-by-case basis.

The pH, solubility, volatility and stability of a substance in test vehicles can affect the
performance of mutagenicity tests and therefore influence the design of test protocols.
Intractably insoluble substances could be subjected to appropriate extraction procedures, and the
extracts tested (as is done for medical devices).

A substance giving an equivocal test result should be reinvestigated immediately, normally using
the same test method, perhaps varying the conditions. Wherever possible, clear results should be
obtained for one step in the strategic procedure before going on to the next.

Tests need not be performed if it is not technically possible to do so, or if they are not considered
necessary in the light of current scientific knowledge. It is preferred that the test methods of
Annex V to Directive 67/548 are used where possible, but other methods may be used when
necessary provided that they are scientifically justified. It is essential that all tests be conducted
according to rigorous protocols in order to maximise the potential for detecting a mutagenic
response, to ensure that negative results can be accepted with confidence and that results are
comparable when tests are conducted in different laboratories. At the time of writing this TGD,
regulatory guidelines are still to be established for some of the in vivo tests included in the
testing strategy described below. If one of these tests is to be conducted, consultation on the
protocol with an appropriate regulatory authority is advisable.

3.10.5.3 Base-level testing

Two tests, normally to be conducted in vitro, are required to provide a base level of information
on the mutagenic potential of any substance (i.e. new and existing chemicals and biocides). The
2 tests normally required are a gene mutation test in bacteria and an in vitro mammalian cell test
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capable of detecting chromosome aberrations. As explained in Section 3.10.2.1, the base-level
for biocides additionally includes an in vitro mammalian cell gene mutation assay.

For new and existing substances with significant toxicity to bacteria, an in vitro mammalian cell
gene mutation test can be used as an alternative first test.

There are various options for selection of the mammalian cell test at the base level. These are as
follows:

1. an in vitro chromosome aberration test, i.e. a cytogenetic assay for structural chromosome
aberrations using metaphase analysis. Preliminary information can be obtained on potential
aneugenicity by recording the incidence of hyperdiploidy, polyploidy and/or modification of
mitotic index (e.g. mitotic arrest);

2. a mouse lymphoma assay (L5178Y cells, TK locus), if used with adequate colony sizing so
that not only gene mutations but also structural chromosome aberrations are detected. This
test is not sufficiently sensitive for the detection of aneugens;

3. an in vitro micronucleus test, which is capable of detecting structural chromosome
aberrations as well as aneuploidy.

Normally no in vivo tests are required to fulfil the base-level testing requirements. However,
there may be rare occasions when it is appropriate to conduct base-level testing in vivo, for
example when it is not possible to perform satisfactory tests in vitro.

Substances which, by virtue of, for example, their physico-chemical characteristics, chemical
reactivity or toxicity cannot be tested in one or more of the in vitro tests are considered on a
case-by-case basis.

3.10.5.4 Requirement for testing beyond the base level. Introductory comments

There are several reasons why mutagenicity testing beyond the base level may be required. For new
and existing industrial chemicals and biocides, concerns raised by positive results from in vitro tests,
or from potentially high or poorly controlled levels of human exposure, will justify further testing.
The chemistry of the substance, data on analogous substances, toxicokinetic and toxicodynamic
data, and other toxicity data will also influence the timing and pattern of further testing.

For new and existing industrial chemicals, further testing can be triggered by attainment of
tonnage thresholds, as defined in Directive 67/548, or concerns in relation to modelled or actual
exposure data, respectively.

Further testing is used to investigate, either in vitro or in animals, the potential for effects of the
test substance on somatic cells. Positive results in somatic cells in vivo constitute the trigger for
consideration of investigation of potential expression of genotoxicity in germ cells.

3.10.5.5 Substances which are negative in the base-level tests

In general, substances which are negative in the base-level tests are considered to be non-
genotoxic. However, the combination of in vitro tests at the base-level will not detect a small
proportion of substances with the potential for in vivo mutagenicity (e.g. some aneugens will not
be detected by a combination of the bacterial test and the mouse lymphoma test). The timing and
extent of further testing of substances negative in the base-level tests will depend largely on the
intended use of the substance and the extent of human exposure likely to occur.
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A flexible approach should be applied when considering the options for further testing. The
preferred test(s) will depend on which tests were conducted at base level and whether these allow
a satisfactory assessment for gene mutations, effects on chromosome structure and effects on
chromosome number. Also, adequate provision should be made for metabolic activation. In some
circumstances, knowledge about the metabolic profile of a substance may indicate that use of an
alternative to rat liver S-9 mix is appropriate. In addition to the 3 assays with mammalian cells
available for base-level testing (see Section 3.10.5.3), the rat primary hepatocyte UDS test or, in
exceptional circumstances, an in vivo test may be considered

For new industrial chemicals, further testing will not usually be initiated before supply levels
reach 100 tpa (500 t cumulative), but may be required earlier when there is significant concern
about human exposure during normal use because of physico-chemical properties and/or use
pattern. It is unlikely that quantitative exposure data will be available for new substances. The
potential for human exposure thus has to be assessed in the light of the physico-chemical
characteristics of the substance, and use pattern, which will include consumer exposure.

3.10.5.6 Substances for which an 7n vitro test is positive

Substances for which only a bacterial gene mutation test has been conducted and for which the
result is positive should be studied further using any one of the in vifro mammalian cell tests
recommended for base-level testing.

When the mammalian cell test is negative, it will be necessary to decide whether any further
testing is needed at this stage on a case-by-case basis. This further testing could be either in vitro
or in vivo. Suspicion that a positive response observed in the bacterial test was due to a specific
bacterial metabolism of the test substance could be explored further by investigation in vitro.
Alternatively, an in vivo test may be required (see below). Substances for which there is minimal
concern for human exposure may not need to be tested further.

Following a positive result in an in vitro mammalian cell mutagenicity test, adequately
conducted somatic cell in vivo testing is required to ascertain if this potential can be expressed in
vivo. It is recommended that the first test in vivo should be initiated as soon as possible. In
exceptional cases, where it can be sufficiently deduced that a positive in vitro finding is not
relevant for in vivo situations, in vivo testing will not be necessary.

Before undertaking any in vivo testing, a review of the in vitro test results and all available
information on the toxicokinetic and toxicodynamic profile of the test substance is needed. A
particular in vivo test should be conducted only when it can be reasonably expected from all the
properties of the test substance and the proposed test protocol that the specific target tissue will
be adequately exposed to the test substance and/or its metabolites. If necessary, an investigation
of toxicokinetics should be conducted before progressing to in vivo testing. In case of biocides, if
one of the 3 in-vitro tests is positive, an in-vivo test from (1) below has to be performed.

For test substances with adequate systemic availability (i.e. evidence for adequate availability to
the target cells) the in vivo tests recommended are:

1. arodent bone marrow or mouse peripheral blood micronucleus test or a rodent bone marrow
clastogenicity study. Potential species-specific effects may influence the choice of species
and test method used.

2. arat liver Unscheduled DNA synthesis test.
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Either test may be conducted, but this has to be decided using expert judgement on a case-by-
case basis. For example, if the test substance has shown evidence of clastogenicity in vitro, then
it would probably be most appropriate to investigate chromosome damage. If a positive result
was obtained in the in vitro micronucleus test, the in vivo test should be a rodent micronucleus
test to address clastogenic and aneugenic potential. The rat liver UDS test may be the most
appropriate for substances that appear preferentially to induce gene mutations.

For insoluble substances, the possibility of release of active molecules in the gastrointestinal
tract may indicate that a test involving the oral route of administration is particularly appropriate.

For substances that are short-lived, reactive, in vitro mutagens, or for which no indications of
systemic availability have been presented, an alternative strategy involving studies with tissues at
initial sites of contact with the body should be considered. Additionally, when it may be more
appropriate to evaluate genotoxicity in systemic tissues other than the bone marrow or liver,
alternative tests can be selected. Expert judgement should be used on a case-by-case basis to
decide which tests are the most appropriate. The main options are the in vivo modification of the
Comet assay (single cell gel electrophoresis measuring DNA strand breaks), gene mutation tests
with transgenic animals and in vivo DNA adduct studies. Expert judgement may indicate which
of these tests are the most appropriate to be used for certain substances.

At the time of writing this TGD, regulatory guidelines are still to be established for some of the
in vivo tests mentioned above.

If the first in vivo test is negative, the need for a further in vivo test should be considered. In this
regard, attention should be paid to the quality and relevance of all the available data, the
adequacy of target tissue exposure and the potential for human exposure.

3.10.5.7 Substances that give positive results in an 7n vivo test for genotoxic
effects in somatic cells

The potential for substances that give positive results in tests for genotoxic effects in somatic
cells in vivo to affect germ cells should always be considered. The first step is to make an
appraisal of all the available toxicokinetic and toxicodynamic properties of the test substance.
Expert judgement is needed at this stage to consider whether there is sufficient information to
conclude that the substance poses a mutagenic hazard to germ cells. If this is the case, it can be
concluded that the substance may cause heritable genetic damage and no further testing is
justified.

If the appraisal of mutagenic potential in germ cells is inconclusive, additional investigation will
be necessary. In the event that additional information about the toxicokinetics of the substance
would resolve the problem, a toxicokinetic study is preferred. The additional investigation
should not be delayed, unless the potential level and extent of human exposure is of minimal
concern.

If germ cell testing is to be undertaken, expert judgement should be used to select the most
appropriate test strategy. Internationally recognised guidelines are available for investigating
clastogenicity in rodent spermatogonial cells and for the dominant lethal test. Dominant lethal
mutations are believed to be primarily due to structural or numerical chromosome aberrations.
Alternatively, other methods can be used if deemed appropriate by expert judgement. These may
include the Comet assay, gene mutation tests with transgenic animals, or DNA adduct analysis.
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Substances that have given positive results only in cytogenetic tests in vitro and in somatic cells
in vivo can be studied further, to differentiate between a clastogenic or aneugenic mode of action
if this has not been established adequately already.

In principle, it is the potential for effects that can be transmitted to the progeny that should be
investigated, but tests specifically to investigate transmitted effects (the heritable translocation
test and the specific locus test) use very large numbers of animals. They are rarely used and will
not normally be required for industrial substances or biocides.

153



EFFECTS ASSESSMENT

Table 6 Summary of the mutagenicity testing strategy

Bact MCGT in vivo General follow-up procedure
(CAbvit or MLA, or test [for detailed guidance, incl. timing of the tests, see tex{]
MNTvit)

[3.10.5.3]

1 neg completion of base-level testing by an MCGT capable of detecting
chromosome aberrations (CAbvit or MLA, or MNTVvit)
[3.10.5.5]

2 neg neg base-level testing completed, consider further testing;

select further systems in such a way that all tests together enable thorough
assessment for gene mutations and effects on chromosome structure and
number;

possible test systems include, among others, CAbvit, MLA, MNTvit, UDSvit, or,
in exceptional cases, an in vivo test.

if MLA is available but was conducted without adequate colony-sizing, an in
vitro mammalian cell test capable of detecting chromosome aberrations is
needed.

3 pos [3.10.5.6]
completion of base-level testing by an MCGT capable of detecting
chromosome aberrations (CAbvit, MLA, or MNTvit)

4 pos neg [3.10.5.6]

base-level testing completed, consider further testing;

select further systems on a case-by-case basis;

possible test systems include, among others, CAbvit, MLA, MNTVvit, UDSvit, in

vivo test.
[3.10.5.6]
5 neg pos select adequate somatic cell in vivo test, primarily on the basis of systemic
or availability of the substance:
0S
P 1. adequate systemic availability:
- MNTviv (pref. for in-vitro clastogens and/or aneugens)
- CAbviv (pref. for in vitro-clastogens)
- UDSviv (pref. for inducers of gene mutations)
2. lack of adequate systemic availability:
- studies with tissues at initial sites of contact, e.g. in vivo comet assay or
gene mutation test with transgenic mice
If systemic availability cannot be ascertained with acceptable reliability, it
should be investigated before progressing to in vivo tests.
6 neg pos neg [3.10.5.6]
or further in vivo test may be necessary pending on the quality and relevance of
pos available data
7 neg neg pos [3.10.5.7]
or or consider potential germ cell mutagenesis on the basis of all available data on
pos pos test results and toxicokinetic and toxicodynamic properties. if no clear

conclusion can be drawn, additional investigations, on toxicokinetics
(preferentially) or germ cell tests, are needed.

\When the mode of action for inducers of micronuclei is not known, further
investigations may be performed in order to differentiate between clastogenic
or aneugenic mode of action.

) For biocides a “common core data-set” is required which comprises of three tests: a bacterial gene mutation test, an in vitro
mammalian cell cytogenics study and an in vitro mammalian cell gene mutation assay. If any of these are positive an in-vivo test
must be performed
Abbreviations used in the table: Bact, bacterial gene mutation test; CAbvit, in vitro chromosomal aberration test; CAbviv, in vivo
chromosome aberration test (bone marrow); MCGT, in vifro mammalian cell genotoxicity test; MLA, mouse lymphoma assay;
MNTvit, in vitro micronucleus test; MNTviv, in vivo micronucleus test (erythrocytes); UDSvit, in vitro UDS test with primary rodent
hepatocytes (UDS =unscheduled DNA synthesis)
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3.11 CARCINOGENICITY
3.11.1 Introduction
3.11.1.1 Definition of carcinogenicity

Substances are defined as carcinogenic if they induce tumours (benign or malignant) or increase
its incidence, malignancy or shorten the time of tumour occurrence when they are inhaled,
ingested dermally applied, or injected. This effect may be route-specific. Carcinogens may be
identified either from epidemiological studies, from animal experiments and/or other relevant
data/studies. Classification criteria are given in Directive 93/21.

The process of carcinogenesis is now recognised as resulting from the transition of normal cells
into cancer cells via a sequence of stages. Altered growth and death rates, and (de)differentiation
of the involved cells is recognised to play an important role in this process. Cancer is the result
of genetic alterations which can be induced directly or indirectly. Substances which are
carcinogens have conventionally been divided into two categories according to the presumed
mode of action: genotoxic and non-genotoxic.

Genotoxic carcinogens are chemicals for which the most plausible mode of carcinogenic action
includes the consequences of genotoxic events (adopted from Section 3.10.1.2; for definitions of
genotoxicity and mutagenicity see Section 3.10.1.1).

Non-genotoxic carcinogens are believed to exert their carcinogenic effects through mechanisms
other than genotoxicity. There are many different modes of action thought to be involved in non-
genotoxic carcinogenicity. For example, some involve action through specific receptors, some
appear to have a non-receptor mediated mode of action. Also, prolonged regenerative
proliferation is considered a mode of action by which tumours can be induced. The induction of
urinary bladder tumours, for example, may in certain cases to be due to formation of bladder
stones followed by irritation/inflammation/erosion and regenerative hyperplasia of the
urothelium.

It is generally assumed that the modes of actions of non-genotoxic carcinogens can be associated
with threshold doses, and it may be possible to define no-effect levels for the underlying toxic
effects of concern.

Genotoxic carcinogens may possess both genotoxic and non-genotoxic properties that contribute
to the carcinogenic effect. Such substances are sometimes called complete carcinogens since
they may act as “initiators” as well as “promoters” (enhancers) in two-step/multistep
experimental models of carcinogenicity.

It is generally considered that an effect-threshold cannot be identified for genotoxic carcinogens,
i.e. it is not possible to define a “no-effect level” for carcinogenicity. However, it is also
recognized that for certain genotoxic carcinogens a threshold may exist for the underlying
genotoxic effect.
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3.11.1.2 Objectives of investigating the potential of substance-induced
carcinogenicity

The objective of investigating the carcinogenicity of substances is to identify potential human
carcinogens. Carcinogenicity testing is intended to differentiate carcinogens from non-
carcinogens. Associated targeted and mechanistic studies derive information on their mode of
action. Carcinogens acting with no threshold or lacking acceptable proof of thresholded mode of
action are to be discriminated from those carcinogens for which the existence of a thresholded
mode of action was plausibly and convincingly demonstrated to be of relevance for humans. All
relevant data are evaluated in a weight of evidence approach and provide the basis for regulatory
decisions.

Experimental data on carcinogenesis and, if available, human epidemiological data and related
effective dose/exposure levels are evaluated considering the expected/known human exposure to
the substance to determine the potential health risk. Carcinogenicity data are used for classifying
substances for carcinogenic hazard and in risk characterisation.

3.11.2 Data to be used in the effects assessment

3.11.2.1 Minimum data requirements

New substances

For new substances Directive 67/548 requires that the performance of a carcinogenicity study
should normally be considered when annual production reaches 1,000 t/a or 5,000 t cumulative
(Ievel 2 supply tonnage), and should be conducted at that level unless there are good reasons to
the contrary.

Existing substances

Studies on carcinogenicity are not part of the minimum data requirements for existing substances
according to Article 9(2) of Regulation 793/93. However all available information relevant to
this endpoint has to be evaluated.

Biocides

For biocides Directive 98/8 requires the performance of carcinogenicity studies in the core data
set of Annex ITA only for active substances. One rodent and one other mammalian species
should be tested. The carcinogenicity testing of an active substance may not be required where a
full justification demonstrates that these tests are not necessary.

3.11.2.2 Data which may already be available

Human data

Human data may provide direct information on the potential carcinogenicity of the substance.
When human data of sufficient quality are available, they are preferable to animal data as no
interspecies extrapolation is necessary and exposure scenarios are likely to be more realistic.
Epidemiological data will not normally be available for new substances but may well be
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available for existing substances which have been in use for many years. Relevant
epidemiological study designs may include cohort, case-control and correlation studies. Most
analytical epidemiological studies on cancer concern occupational populations, and less
frequently the general population. Cluster investigations and case reports, while not constituting
epidemiological studies in a strict sense, may provide useful supporting information in specific
cases.

Besides the identification of carcinogenic substances, epidemiological studies may also provide
information on actual exposures, associated dose-responses, and risk characterisation, i.e. inform
on the tissue-specificity and potency of the compound under the exposure conditions observed.

Techniques in biomonitoring and molecular epidemiology are developing rapidly. They may
provide information on markers of both exposure and effects at current exposure levels. These
data may become useful, particularly when combined with classical epidemiological
observations and/or animal data.

Animal and in vitro studies and other substance-related data

A wide variety of study categories may be available, which may provide direct or indirect
information useful in assessing the carcinogenic potential of a substance. They include:

. carcinogenicity studies (conventional long-term or life-time studies in experimental
animals);

. short and medium term carcinogenicity tests (e.g., rat liver foci model, XPA™ p53+/-,
Tg.AC mouse models, neonatal mouse model);

. genotoxicity studies;

. cell transformation and intercellular gap junction communication assays;

. repeated dose toxicity tests;

. studies on the induction of sustained cell proliferation;

. studies on immunosuppressive activity;

. structural alerts relationships;

. studies on toxicokinetic;

. studies on mechanisms of action.

3.11.3 Evaluation of the available data

The evaluation of the carcinogenic potential of substances often requires the consideration of a
large set of data. An important part of the assessment of the available data regards the evaluation
of the mode of action underlying the carcinogenic activity, as this information also allows an
evaluation of possible human relevance, existence of thresholds and comparability with
structurally related carcinogens. Genotoxicity data play an important role for predicting
carcinogenicity as well as in the assessment of the mode of action of the carcinogen. Expert
judgement and a weight of evidence approach are required for the evaluation.

Human epidemiological data

Human data may potentially be used for hazard identification, exposure assessment, dose
response analysis, and risk assessment. They may reveal the carcinogenic potential of a
substance for which experiments in animals either do not exist or have failed to indicate the
carcinogenic potential of the substance.
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The degree of reliability for each study on the carcinogenic potential of a substance should be
evaluated using generally accepted causality criteria, such as that of Bradford Hill (1965).
Particular attention should be given to the exposure data in a study and to the choice of the
control population. Often a significant level of uncertainty exists about identifying a substance
unequivocally as being carcinogenic, because of inadequate reporting of exposure data: chance,
bias and confounding factors can frequently not be ruled out. A clear identification of the
substance, the presence or absence of concurrent exposures to other substances and the methods
used for assessing the relevant dose levels, should explicitly be documented. A series of studies
revealing similar excesses of the same tumour type, even if not statistically significant, may
suggest a positive association, and an appropriate joint evaluation (meta-analysis) may be used in
order to increase the sensitivity, provided the studies are sufficiently similar for such an
evaluation. When the results of different studies are inconsistent, possible explanations should be
sought and the various studies judged on the basis of the methods employed.

Epidemiological data are also valuable for informing on the relative sensitivity of humans as
compared to animals.

The relatively low sensitivity of epidemiological studies implies that it is very difficult to
demonstrate the non-carcinogenicity of a substance, unless exposure conditions are exceptional
and well documented. However, the resolution power of epidemiological methods may be
improved substantially when combined with data on established early stages or indicators of
cancer risks. In any case, well performed epidemiological studies may be very useful in
demonstrating an upper bound on the human cancer risk.

Animal data: Carcinogenicity studies

For the acceptance of toxicological studies the quality criteria described in Section 3.2 should
apply. However if the report of a test does not include all the information indicated in the EU
Annex V method, expert judgement should be used in order to decide if the experimental
procedures are or are not acceptable and if essential information is lacking.

Evaluation criteria include also exposure and observation times, the time of tumour onset,
correction for differences in survival and multiplicity of tumour sites, the occurrence of the same
tumour in concurrent and/or historical controls (OECD, 2001).

The route and method of administration must be documented in order to allow a proper
evaluation of the potential hazards associated with the intended use of the compound. Examples
exist that indicate that the carcinogenic potential of a substance may be route-specific.

When data are available from several different studies, all of which are assessed as being of an
adequate quality, the results should be analysed for their consistency. It is seldom problematic to
reach a conclusion about the carcinogenic potential of a substance, where there are consistent
results from a number of studies, particularly if the studies were conducted in more than one
species, or where there is a treatment-related incidence of malignant tumours in a single study.

Positive carcinogenic findings in animals require careful evaluation to determine their relevance
to humans. Of key importance is the mechanism of tumour induction. The IPCS has developed a
conceptual framework to provide a structured and transparent approach for the assessment of the
overall weight of evidence for a postulated mode of induction for each tumour type observed
(Sonich-Mullin et al., 2001). This was based partly on the Bradford Hill criteria for causality as
modified by Faustman (1997) for developmental toxicity. The framework promotes confidence
in the conclusions reached by the use of a defined procedure which mandates clear and
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consistent documentation of the reasoning used and inconsistencies and uncertainties in the
available data.

In general, tumours induced by a genotoxic mechanism are considered to be relevant to humans
even when observed in tissues with no direct human equivalent. Tumours induced by a non-
genotoxic mechanism are in principle also considered relevant to humans. However, there is a
scientific consensus that some tumours seen in rodents arising by specific non-genotoxic
mechanisms are not relevant for humans. This consensus exists for some mechanisms of tumour-
formation, for instance specific types of rodent kidney, thyroid, urinary bladder, forestomach and
glandular stomach tumours. For some of these mechanisms, the International Agency for
Research on Cancer (IARC) has provided detailed characterisation and has identified the key
biochemical and histopathological events which should be observed in order to conclude that the
tumours arose via one of these mechanisms and can therefore be dismissed as not relevant for
humans (IARC, 1999, IARC, In press).

If a single adequate study demonstrates no carcinogenic effects expert judgement is needed to
decide on whether a second assay is needed to further support the non-carcinogenicity of the
substance, based on all available data in addition to the carcinogenicity study.

The experimental results may not unequivocally demonstrate the carcinogenic potential of the
substance under consideration. Even when EU Annex V methods, or their equivalent, have been
used to test a substance for carcinogenicity in animals, uncertainty may remain about reaching
firm conclusions as, for instance, there may be an increase only in the incidence of benign
tumours or of tumours which have a spontaneously high incidence. Although less convincing
than an increase in malignant and rare tumours a detailed and substantiated rationale should be
given before such positive findings can be dismissed as not relevant.

The above remarks especially hold when evaluating non-conventional carcinogenicity studies, i.e.
the various available short- and medium-term carcinogenicity assays with neonatal or transgenic
animals (see Section 3.11.2.2). These assays have not yet been fully validated and accepted as
alternatives to the conventional lifetime carcinogenicity studies, but may be useful for screening
purposes. An evaluation of such studies has recently been published (ILSI/HESI, 2001).

Animal data: Evidence from other experimental data

Experimental data not directly detecting carcinogenicity as an endpoint may be informative
about the potential of a substance to induce cancer.

Genotoxicity studies may provide information on whether or not the substance is likely to be a
genotoxic carcinogen. Also, positive results in cell transformation or intercellular gap junction
communication tests should be taken as alerts for potential carcinogenicity.

Repeated dose toxicity studies may indicate that the substance is able to induce hyperplasia
(either through such mechanisms as cytotoxicity and mitogenicity, or interference with cellular
control mechanisms) and/or prencoplastic lesions giving cause for concern for potential
carcinogenicity by non-genotoxic mechanisms (i.e. depending on the outcome of genotoxicity
tests). Toxicity studies may also indicate a strong immunosuppressive activity of the substance, a
condition favouring tumour development under conditions of chronic exposure.

The chemical structure of the substance may contain structural alerts for genotoxicity and/or
carcinogenicity (based on clear evidence for carcinogenicity of structural analogues).
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Toxicokinetic data may reveal the generation of metabolites with such structural alerts, and their
possible species-specificity. It may also give important information as to the relevance of
carcinogenicity and related data on one species to another, based upon differences in absorption,
distribution, metabolism and or excretion of the substance either directly or by the application of
toxicokinetic modelling.

Finally, there may be other experimental data, e.g. on mechanisms of toxicity that may be
informative with respect to the potential carcinogenicity of the substance.

Summary

Clearly, the assessment of the carcinogenic potential of a substance requires the integrated
evaluation of many different categories of data. The assessment should consider the whole set of
information available, i.e. evidence in humans and animal species as well as the results of
genotoxicity tests, structure activity analysis, the biological mechanisms and the metabolic
processes identified, the toxicokinetic and physiological data for interspecies scaling of dose.
Expert judgement is required on the weight of evidence analysis.

As indicated above, for many substances, it is likely that there will be no adequate long-term
studies on carcinogenicity available, but that the initial assessment will be based on what can be
derived from other data. Obviously, the degree of uncertainty will then be related to the amount
of adequate and relevant data that are available. Guidance on how to proceed is provided in
Section 3.11.5, ‘Testing Strategy’.

3.114 Assessment of the dose-response relationship

The purpose of dose-response assessment is to provide the basis for evaluation of potential risks
to humans at specified exposure levels. For this purpose carcinogens are divided into those for
which a dose threshold can be substantiated, and those which, for various reasons, a threshold
cannot be established. The threshold paradigm implies that some exposure can be tolerated by an
organism with essentially no elicitation of a toxic response. In the case of non-threshold
carcinogens it is assumed that there is no level of exposure that does not pose a small, but finite,
probability of inducing cancer.

The observed dose-response curve in some cases represents a single rate-determining step,
however, in many cases it may be more complex and represent a superposition of a number of
dose-response curves for the various steps involved in the tumour formation. Because of the
small number of doses tested experimentally, i.e. usually only 2 or 3, almost all data sets fit
equally well various mathematical functions, and it is generally not possible to determine dose-
response curves on the basis of mathematical modelling.

It has been commonly considered that for non-genotoxic carcinogens it is possible to identify a
no-effect level for the underlying toxicity responsible for tumour formation. For some non-
genotoxic substances the mechanisms underlying the tumour formation have been well
characterised, and an apparent no-effect level can readily be determined. In other cases less
information is available on the mechanisms, and it is more difficult to identify the underlying
toxic effect. In many cases little information is available, although it is likely that a no-effect
level for the underlying toxicity could have been identified. For genotoxic carcinogens, for
which the most plausible mode of carcinogenic action is a consequence of genotoxic events, the
prudent position is to assume non-threshold dose-response curves. However, several lines of
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evidence indicate that even for some genotoxic carcinogens a threshold may exist for the
underlying genotoxic effect.

For non-genotoxic agents dose-response assessment for the relevant tumour types are performed
in a two step-process. The first step is an evaluation within the range of tumour observations. In
the absence of adequate human data for dose-response analysis, animal data will generally be
used. In addition to tumour-data analysis, attempts are also made to identify and determine the
significance and dose-response for toxicological effects possibly underlying the tumour
formation, i.e. their role in the induction and/or promotion of the carcinogenic process. If
appropriate, the analyses of data on tumour incidence and on “precursor steps” may be
combined, using precursor data to extend the dose response curve beyond that of the tumour
data. For data on “precursor steps” to be useful in extending the dose-response curve for tumour
induction below the level of observation, it is important that data come from in vivo studies
where exposure is given over an extended period of time. Moreover, it is desirable to have data
on the precursor event in the same target organ, sex, animal strain, and species as the tumour
data. Since an agent may induce multiple tumour types, the dose-response assessment may
include analysis of several types, followed by an overall synthesis which includes an analysis
and comparison of the risk estimates across tumour types, the strength of the mode of action
information of the tumour type considered, and the anticipated relevance of the tumour types to
humans. Normally, the most sensitive tumour endpoint is used in the risk characterisation.

The second step of dose-response assessment is extrapolation to lower dose levels typifying
human exposures. If supported by appropriate data this can be based on extension of a
biologically based model. In practice, the mode of action of carcinogenesis for a given substance
is often not well understood. Thus, neither a genotoxic nor a non-genotoxic mode of action —
thresholded or not — can be derived with scientific certainty. Based on an evaluation of all
available data, especially on genotoxicity, the substance may be treated as a threshold or a non-
threshold carcinogen or both in the risk assessment (see Section 4.8).

3.11.5 Testing strategy

3.11.5.1 General principles

The testing strategy is an efficient and scientifically defensible approach for the investigation of
the carcinogenic potential of substances. Use of the strategy enables an assessor to obtain and
use information on the carcinogenic potential of substances for risk characterisation. It takes into
account both existing data and the actual or intended use pattern(s) of the substance. The strategy
provides the elements to determine whether or not a bioassay or any other further testing is
required. Decisions must be taken on the requirement for a carcinogenicity test in light of the
potential risk to health and with consideration of the actual or intended use pattern(s).
Carcinogenicity bioassays take a considerable time to conduct and report and involve large
numbers of animals and so it may be preferable, in terms of timeliness and animal welfare, if
decisions can be taken without conducting such a test.

When assessing substances for potential carcinogenic hazard, all relevant data should be
considered (as detailed in Section 3.11.3).

After evaluation of all the available data using a weight of evidence approach and consideration
of the points detailed above, one of the following conclusions is possible:
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(further) carcinogenicity testing is required;

a clear conclusion cannot be reached and further investigations may be required;
carcinogenicity testing is not required because one or more of the following elements can be
demonstrated to apply to the satisfaction of the assessor;

risk reduction measures on the substance are already equivalent to those applied to
carcinogenic substances of category 1 and 2. Further carcinogenicity testing will not lead to
further regulation of the substance;

there are sufficient indications of carcinogenic hazard, and risk characterisation is possible
on the basis of an understanding of the presumed mode of action;

on the basis of a comprehensive evaluation of all that is known about the substance, it can be
assumed that the likelihood of it being carcinogenic in humans is negligible;

the potential for human exposure must be shown to be negligible and is foreseen to be so
also in the future.

The approaches outlined below may be used in the assessment of the potential carcinogenic risk
of a substance to humans, and to help decide whether or not a carcinogenicity test will be
required and, if so, when. A strategy is outlined in Figure 6.

Figure 6 Basic principles of the strategy for assessment of the carcinogenic potential

!

Trigger for consideration of carcinogenicity
(e.g., legal requirements, significant human exposure, new data)

!

Evaluate all relevant data using a weight of evidence approach
(e.g. carcinogenicity, genotoxicity, toxicokinetics, repeat-dose toxicity, SAR)

Data sufficient to conclude Data insufficient to conclude
on carcinogenicity on carcinogenicity
Meets criteria for Human exposure More data
classification as a mutagen: is negligible needed
Presume carcinogenic
| |

| !

Perform further investigations to explore
issues of concern
No further testing required at this stage. (e.g., toxicokinetic study, additional repeat-
Re-consider at next trigger. dose study, short- and medium-term studies,
carcinogenicity study, mechanistic study,
further genotoxicity testing)
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3.11.5.2 Substances of no current concern for carcinogenicity

Substances without toxicological or SAR indicators of concern for carcinogenicity need not be
considered further with regard to carcinogenic potential until additional information from
toxicity studies or on exposure becomes available or when there is a significant increase in
tonnage for industrial chemicals or for biocides, at the time of re-registration.

3.11.5.3 Substances with indications of concern for carcinogenicity

When effects or properties of concern in relation to carcinogenicity are detected, they should be
investigated further. For a substance of concern, the type and timing of further testing will be
decided on the basis of the type and strength of the indications for carcinogenicity, the potential
mechanism of action and the type and level of human exposure.

Thus, the outcome of this procedure may be that further investigations can be deferred, e.g., if it
can be demonstrated to the satisfaction of the assessor that the substance is used only in a closed
system and that human exposures are negligible. A re-evaluation of the situation has to be
performed when supply levels reach the next tonnage trigger or if there is notification of a
change in the use pattern. In contrast, substances used in consumer products may be required to
undergo additional testing without further delay, depending on the exposure levels, potential for
absorption etc. If more data are needed, it may be considered useful to conduct toxicokinetic
studies addressing the specific questions raised for the substance of concern.

Substances for which concern for carcinogenicity is solely based on genotoxicity data will, in a
first step, be evaluated according to their genotoxicity/mutagenicity hazard according to the
approach outlined in Section 3.10.

If no conclusion can be drawn regarding the potential genotoxicity/mutagenicity of the substance
then, in general, further genotoxicity testing will be required.

When a substance is classified as a Category 1, 2 or 3 mutagen the default presumption should
be that a genotoxic mechanism for carcinogenicity is likely. If there are sufficiently convincing
reasons to believe that the substance, if tested, would fulfill the criteria for classification as a
carcinogen, appropriate classification should be adopted. A carcinogenicity test will normally not
be required. For substances not regarded as genotoxic/mutagens evaluation of all data in relation
to carcinogenicity is necessary.

Subchronic and/or chronic studies are important to identify or exclude the presence and dose-
relationships for toxic effects, hyperplastic or preneoplastic responses that are assumed to be
related to tumour growth. The performance of short-term tests (e.g., on neoplastic transformation
or cell proliferation) or medium tests (e.g., transgenic or neonatal model) may also provide
useful data for use in the assessment process. As validated testing procedures are not yet
available and published in the OECD test guideline programme, it is essential that the selection
of a test system is based on careful consideration of the specific properties of the substance.
Selection of the test system has to be justified.

Finally, if the questions on carcinogenic potential cannot sufficiently be answered by specific
investigations then the conduct of a carcinogenicity bioassay should be considered.

For substances identified as non-genotoxic carcinogens mechanistic studies may be needed to
clarify the underlying mode of action, and thus relevance of animal tumour findings for human
health.
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3.11.54 New substances

Testing for carcinogenicity must be considered when supply of the substance reaches “Level 2”
(1,000 tpa or 5,000 t cumulative). At this stage, all of the data available on the substance should
be evaluated with respect to their impact on the risk characterisation on carcinogenicity. As a
consequence further testing in relation to carcinogenicity may be required.

Annex VII part B 1.2 of Directive, 97/63 states that, for new substances, risk characterisation is
not normally needed for properties for which the hazard identification tests have not yet been
conducted. The strategy for new substances requires the assessor to consider, at each tonnage
level, whether hazard identification is possible on the basis of available data (particularly
genotoxicity data) or whether the concern is such that hazard identification tests are required.

Further toxicity testing may be required immediately post-base-set and will be required (unless
there are justifiable reasons for not conducting tests) at 10 and/or 100 tpa and at 1,000 tpa (or the
equivalent cumulative tonnages) in accordance with the requirements of the Directive, the
outcome of the risk assessment(s) and the recommendations of the other toxicity testing
strategies.

Occasionally, on a case-by-case basis, expert judgement of the weight of evidence from the data
obtained and used in the assessment processes outlined above may lead to a requirement for
investigations on carcinogenicity before supply levels reach 1,000 tpa (5,000 t cumulative). This
requirement would be a reflection of a particularly high level of concern, in relation to both
potential carcinogenicity and human exposure.

3.11.5.5 Existing substances

There is a requirement to evaluate the information available from relevant epidemiological data,
and also from animal and in vitro studies and other substance-related data. The assessor must
then make a considered judgement as to whether enough information is available for an
assessment on carcinogenicity to be made. As a conventional cancer bioassay is not part of the
minimum requirements for existing substances, the need for specific investigations on
carcinogenicity has to be considered during the risk assessment process.

If a decision is made to carry out further testing it is important to ensure that tests in animals are
conducted only when they can be justified as necessary for providing adequate data for the
purpose of making the assessment.

3.11.5.6 Biocides

As indicated in Section 3.11.2.1 on minimum data requirements for biocidal active substances,
there should be at least two guideline-compliant, long-term carcinogenicity studies in two
mammalian species (at least one in rodents) for assessing the potential for carcinogenic hazard.
As common core toxicity data requirements, the applicant must submit these carcinogenicity
bioassays unless he is able to provide a justification acceptable to the Competent Authority for
waiving these data. Guidance on non-submission of data is given in the TNsG on Data
Requirements (2000).
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In exceptional cases, findings obtained in the carcinogenic bioassays may preclude a clear
conclusion to be drawn on the carcinogenic hazard to human health and, therefore, further data,
as outlined in Figure 4, may be required. In case further studies are needed, these should be
designed to specifically address open points of concern. A dialogue-phase between applicant and
Competent Authority may be useful to decide which type of information is needed for sufficient
carcinogenic hazard assessment.

3.11.6 Carcinogenicity test

It is recommended that when a carcinogenicity bioassay is required, discussions are held
between the assessor and industry on study design and the test protocol prior to starting the
study.

Particular consideration, based on all the available data, should be given to the selection of the
species and strain to be used in the carcinogenicity test and the route of exposure.

It is also recommended that when a carcinogenicity test is to be conducted, an investigation of
chronic toxicity should, whenever possible, form part of the study protocol. It is usual practice
not only to investigate chronic toxicity in the same study as carcinogenicity, but also to use
sufficient satellite groups to identify the “no observed adverse effect level” for systemic toxicity
(i.e. a more extensive study is conducted than that outlined in the EU Annex V method for a
combined chronic toxicity/carcinogenicity study EU Annex V B.33). The duration of the chronic
toxicity element of the study is discussed in Section 3.9.
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3.12 REPRODUCTIVE TOXICITY
3.12.1 Introduction
3.12.1.1 Definition of reproductive toxicity

The term “reproductive toxicity” is used to describe the adverse effects induced (by a substance)
on any aspect of mammalian reproduction. It is defined in Annex VI to Directive 67/548. It
covers all phases of the reproductive cycle, including impairment of male or female reproductive
function or capacity and the induction of non-heritable adverse effects in the progeny such as
death, growth retardation, structural and functional effects. The definition of substances which
would be considered as toxic to reproduction is given in Directive 92/32. Criteria for classification
of substances on the basis of adverse effects on reproduction are given in Directive 93/21.

3.12.1.2 Objectives of investigating the potential for substance-induced
reproductive toxicity

The general objectives of the testing are to establish:

«  whether exposure of humans to the substance of has been associated with adverse effects on
reproductive function or capacity; and/or

«  whether, in studies in animals, administration of the substance to males and/or females prior
to conception and during pregnancy and lactation, causes adverse effects on reproductive
function or capacity; and/or

«  whether, in studies in animals, administration of the substance during the period of pre- or
post-natal development induces non-heritable adverse effects in the progeny;

«  whether the pregnant female is potentially more susceptible to general toxicity;

. the dose-response relationship for any adverse effects on reproduction.

Substance-related adverse effects on reproduction are always of potential concern, but it is
important, where possible, to distinguish between a specific effect on reproduction as a
consequence of an intrinsic property of the substance and an adverse reproductive effect which is
a non-specific consequence to general toxicity (e.g. reduced food or water intake, maternal
stress). Hence, reproductive toxicity should be assessed alongside parental toxicity in the same
study. Further guidance on the assessment of developmental toxicity in relation to maternal
toxicity is presented in Section 3.12.7.1.

With respect to germ cell mutagens that meet the criteria for classification as Category 1 or 2
mutagens (according to Directive 93/21) and genotoxic carcinogens that meet the criteria for
classification as both Category 3 mutagens and Category 1 or 2 carcinogens, the results of
reproductive toxicity testing are unlikely to influence the outcome of the risk assessment. This is
because the risk characterisation for such substances will be based on the assumption that a
threshold exposure level for adverse health effects cannot be identified, which will normally lead
to a recommendation for the most stringent risk management measures. Therefore, reproductive
testing will not normally be required for germ cell mutagens and genotoxic carcinogens, unless
there are case-specific reasons to indicate that the information gained from testing will be needed
for the risk characterisation. Germ cell mutagens and genotoxic carcinogens not tested for
reproductive toxicity should be regarded as potentially toxic to reproduction.
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3.12.2 Data to be used in the effects assessment

3.12.2.1 Minimum data requirements

In order to fully assess the hazardous properties of a substance with respect to reproductive
toxicity, the key data requirements for the new substances, existing substances and biocides
programs are:

« atwo-generation study (EU Annex V B.35 or OECD 416), and
. aprenatal developmental toxicity (teratogenicity) study in two species (EU Annex V B.31 or
OECD 414).

However, these key data requirements can be modified, either as reduced testing or as a need for
accelerated or extended testing, depending on the regulatory program, and influenced by factors
such as structural relationships with a known reproductive toxicant, the results of other toxicity
studies, concerns for endocrine disruption and anticipated use and human exposure patterns. This
chapter provides strategic advice on a stepwise approach to hazard identification so that
sufficient data may be obtained to meet the requirements of the new substances, existing
substances and biocides programmes. The strategy seeks to ensure that data are obtained in the
most effective and humane manner so that animal use and costs are minimised.

The two-generation study is a general test which allows evaluation of the effects of the test
substance on the complete reproductive cycle including libido, fertility, development of the
conceptus, parturition, post-natal effects in both dams (lactation) and offspring and the
reproductive capacity of the offspring. The two-generation study is preferable to the one-
generation study (EU Annex V B.34 or OECD 415) because the latter has a limitation in that
post weaning development, maturation and the reproductive capacity of the offspring are not
assessed, and consequently some adverse effects, for example oestrogenic- or antiandrogenic-
mediated alterations in testicular development, may not be detected. The two-generation study
provides a more extensive evaluation of the effects on reproduction because the exposure regime
covers the entire reproductive cycle, permitting an evaluation of the reproductive capabilities of
offspring that have been exposed from conception to sexual maturity. The prenatal
developmental toxicity study provides a focussed evaluation of the potential effects on prenatal
development.

New substances

For new substances reproductive toxicity data are gathered in a stepwise manner in relation to a
supply tonnage trigger framework. Reproductive toxicity testing is not normally considered until
supply levels reach Level 1 (10 tpa) and routinely commences at Level 1 (100 tpa). The
requirement in Directive 67/548 to screen substances for toxicity related to reproduction at the
base-set level (1 tpa) is “for the record” as there is no appropriate screening test/battery of tests
in Annex V to Directive 67/548 or in the OECD guidelines. See Section 3.12.6.4 for further
information on the testing of new substances.

Existing substances

The minimum data set for priority listed existing substances is EU Annex V method B.35 or
OECD 416 and, in two species, Annex V method B.31 or OECD 414, with the need for the
second species being dependent on the outcome of the study in the first species. Derogations
from the minimum data set, based on exposure consideration or other information available on
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the substance or related substances should be decided by the rapporteur on a case-by-case basis.
See Section 3.12.6.5 for further information on the testing of existing substances.

Biocides

The core data requirements for biocidal active substances are EU Annex V method B.35 or
OECD 416 and, in two species, Annex V method B.31 or OECD 414, as specified in the TNsG
on Data Requirements (2000). The rat prenatal developmental toxicity (teratogenicity) study may
unusually be waived on a case-by-case basis, as specified in the “Guidance on non-submission of
data-version 4.3.3”:

. if no effects are seen in the rabbit developmental toxicity study; and

. if no developmental or other reproductive effects are observed in the rat two-generation
study (EU Annex V B.35 or OECD 416) at the limit dose level; and

. if certain human exposure conditions are met; and

. dependent on the toxicity profile of the biocidal active substance.

3.12.2.2 Data which may already be available

Human data

Human data on certain aspects of reproductive toxicity are sometimes available for existing
substances and biocides. For example, data may be available from epidemiological studies on the
incidence of menstrual disorders, on libido, fertility or pregnancy outcome, or on semen analysis,
following exposure of humans to a substance; or there might be case reports of birth defects
associated with certain exposures.

Data from studies in animals

Data may be available from a wide variety of animal studies, which give different amounts of
direct or indirect information on the potential reproductive toxicity of a substance; e.g.:

« screening studies using OECD 421 or 422;

. one or two- (or multi-) generation studies of EU Annex V or OECD standard;
« developmental toxicity tests of EU Annex V or OECD standard;

« developmental neurotoxicity studies;

«  peri-postnatal studies;

« male or female fertility studies;

« other short-term in vivo screening tests (e.g. Chernoff/Kavlock tests);

. repeated dose toxicity studies;

. toxicokinetic studies;

. studies in non-mammalian species.

Data from other studies

Other data may be available from the physico-chemical characteristics of the substance or from
in vitro studies: inter alia, cell culture systems (e.g. embryonic cells, ova), embryo culture
systems (using either pre- or post-implantation embryos), organ tissue cultures or semen analysis
(sperm count, motility and/or morphology).
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It may be possible to deduce from the physico-chemical characteristics of a substance whether it
is likely to be absorbed following exposure by a particular route and, furthermore, whether it (or
an active metabolite) is likely to cross the placental barrier or be secreted in milk.

3.12.3 Evaluation of the available data

When evaluating the whole set of data which is available for a particular substance in relation to
the potential for that substance having adverse effects on reproduction, it must be remembered
that the term “reproductive toxicity” covers a wide range of effects, not all of which may have
been addressed. Thus, when evaluating studies, the rapporteur should consider whether any
important parameters have not been covered, or may not have been sufficiently well investigated,
in a particular study type.

Human data

It is often very difficult unequivocally to associate human exposure to a specific substance with
adverse effects on reproduction unless the adverse effect is a rare birth defect and the exposure is
very well characterised. This is partly because it is difficult to identify a cause-effect relationship
for reproductive effects which have a high “natural” incidence (e.g. spontaneous abortion) and
which may predispose to unreliable results due to recall bias. Also, some effects can be very
subjective (e.g. effects on libido). As with much human data, there may be mixed exposures
and/or lifestyle related confounding factors. Nevertheless, well designed and well reported
human studies (such as epidemiological studies and workplace monitoring data) in which both
reproductive and relevant non-reproductive effects are described will contribute to the weight of
evidence for whether or not the substance is toxic to reproduction.

Animal data

Data from OECD 421 (reproductive/developmental toxicity screening test) may enable the
rapporteur to identify a substance as being toxic to reproduction (i.e. the test gives a clear
“positive” result). However, use of this method offers only limited means of detecting post-natal
manifestations of pre-natal exposure or effects that may be induced during post-natal exposure.
In addition, because of the study design (e.g. relatively small numbers of animals per dose level;
relatively short study duration), the method will not provide evidence for definite claims of no
effects. Similar criteria apply when evaluating data obtained using OECD 422 (combined
repeated dose toxicity study with the reproductive/developmental toxicity screening test).

Clearly, well-reported two-generation or developmental toxicity studies of EU Annex V or
OECD standard, particularly if conducted in accordance with the principles of GLP, can be used
to identify substances as being specifically toxic to reproduction. These tests can also be used to
identify substances as being of no concern in relation to the end-points that they address. Non-
GLP studies and studies not using Annex V or OECD protocols may also be used in the same
way to decide whether a substance is toxic to reproduction when sufficient animals of an
appropriate species have been used and have survived (i.e. usually at least as many as specified
in the Annex V methods or OECD guidelines, though expert opinion might be that a particular
study with fewer animals is acceptable), when the dose levels used are sufficient in number and
sufficiently high (as specified in Annex V methods or OECD guidelines) and the relevant
observations have been made.

Data from repeated dose toxicity studies in which there are marked adverse effects on the
reproductive organs (usually the testes) can also be used to identify a substance as being toxic to
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reproduction. Data from such studies cannot be used to identify a substance as being of no
concern in relation to reproduction.

If peri-postnatal tests, developmental neurotoxicity studies or specific male or female fertility
studies are available they can be used to identify a substance as being toxic to reproduction. Data
from such studies alone cannot be used to identify a substance as being of no concern in relation
to reproduction.

Short-term in vivo studies (e.g. Chernoff/Kavlock tests), studies in non-mammalian species or in
vitro studies will not, in the absence of more definitive data, provide a basis for a firm decision
about the reproductive toxicity of a substance. “Positive” results from such studies indicate that
there may be some concern in relation to the potential for reproductive toxicity, but they can be
overridden by clearly negative data from well-conducted studies of EU Annex V or OECD
standard, for reproductive toxicity. “Negative” data from these studies, if well conducted, may
contribute to the weight of evidence.

3.124 Assessment of the dose-response relationship

Reproductive toxicity is usually considered to be an effect with an underlying dose threshold
mechanism. Hence, when possible, a N(L)OAEL value for the adverse effects on reproduction
should be identified for use in risk characterisation. The use of a benchmark dose as an
alternative to the N(L)OAEL has been proposed for developmental toxicity studies; further
information on this approach is given in Section 3.4.

If it has been possible to identify a NOAEL from well-reported and reliable human studies, this
value may be used preferentially in the risk characterisation. However, it is expected that this
will rarely be the case.

3.12.5 Degree of uncertainty in studies of effects on reproduction

Unless the effect is a very specific one of low “normal” incidence, there may be a high level of
uncertainty in human studies of effects on reproduction (see above for a discussion of the
evaluation criteria for human data).

It is obvious that there are limitations in many of the types of non-human studies relating to
reproductive toxicity. Well-conducted tests of EU Annex V methods B.35/B.31 or OECD
416/414 standard can be used with confidence to identify substances as, or not as, being toxic to
reproduction in relation to the endpoints addressed in the test. However, other studies, including
tests conducted according to the OECD 421 and 422, may provide clear (in the case of the
OECD methods) or indicative evidence of reproductive toxicity, but will not provide sufficient
evidence for confidence about the absence of reproductive toxicity. The weight of evidence from
other studies (including human data), toxicokinetic and/or mechanistic data, when available, can
help in reducing this uncertainty.
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3.12.6 Testing strategies

3.12.6.1 Objective of this part of the guidance

The objective is to give guidance on a stepwise approach to hazard identification with regard to
reproductive toxicity. A principle of the strategy is that the results of one study are evaluated
before another study is initiated. The strategy seeks to ensure that the data requirements are met
in the most efficient and humane manner so that animal usage and costs are minimised.

3.12.6.2 General principles

Preliminary information

It is important that whatever is known of the physico-chemical, toxicokinetic and toxicodynamic
properties of the test substance, as well as any available relevant information on chemical
analogues (i.e. structure activity relationships, SAR) and the results of previously conducted
toxicity studies, is taken into consideration when developing test programmes and selecting test
protocols.

Test species

The choice of species for the reproductive toxicity tests must be carefully considered in the light
of all the available information. However, because of the extent of background data and because
this species is used for general toxicity tests, the rat is normally the species of first choice for the
two-generation study. Developmental toxicity studies are usually conducted in the rat and rabbit,
again because of the availability of background data. It is recommended that other species are
used only when there are clear indications that they are more appropriate than the rat or rabbit.

Route of administration.

The route used should be the most appropriate in relation to the likely route(s) of human
exposure, the nature and physico-chemical properties of the substance and its toxicity (systemic
effects) by the routes of exposure under consideration, as well as the practical aspects of
conducting tests for reproductive toxicity. Ideally, toxicokinetic and metabolism data should
form part of the basis for a decision on the route of exposure used in the tests for reproductive
toxicity. In practice, the oral route has been widely used and, unless there are strong indications
that this route is likely to be inappropriate (e.g. from metabolism data for the substance itself or
for a structurally related substance), oral dosing is generally considered to be the most practical
when conducting a two-generation study. Although developmental toxicity studies can more
readily utilise the dermal or inhalation routes of exposure if either is particularly indicated, the
oral route using gavage is generally recommended. If the dermal route is chosen there may be
stress related effects. It is recommended that neither intraperitoneal administration, nor those
parenteral routes which may be used, for instance, when testing some pharmaceuticals (e.g.
intravenous, intramuscular, subcutaneous), should be used when testing substances for
reproductive toxicity, unless such use is justified, and agreed by the assessor. Further guidance on
the selection of the appropriate route for toxicity testing is presented in Appendix V of the TGD.
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Dose levels

Unless a “limit test” is to be used, with a single, high dose level (i.e. 1,000 mg/kg bodyweight
per day in an oral gavage study), a test for reproductive toxicity should include a range of dose
levels. The highest dose level should not normally exceed 1,000 mg/kg/day and should, where
possible, give rise to some toxicity in the parent animals, but not severe toxicity, obvious
suffering or lethality. The lower dose levels should be selected with the aim of establishing any
dose-response relationship and the no-effect level for reproductive toxicity. (It should be noted
that the EU Annex V method for developmental toxicity states that the highest dose “should
ideally induce some overt maternal toxicity, such as slight weight loss, but not more than 10%
maternal deaths”. It is recommended that, while conforming with the requirement for induction
of maternal toxicity, the highest dose used in a developmental toxicity test should not normally
cause lethality.

3.12.6.3 Testing sequence

The first specific reproductive toxicity test to be conducted should usually be the two-generation
study. Ideally, this test should be initiated after the rat 90-day sub-chronic repeated exposure
study (if it 1s to be conducted) as this study can provide information necessary for selecting the
appropriate dose levels for the two-generation study. Additionally, repeated exposure studies can
provide toxicity information of relevance to reproduction that should be taken account of in the
design of the two-generation study. For example, the observation of neurological effects can
trigger the need for a developmental neurotoxicity evaluation (see Section 3.12.6.7 for further
information on developmental neurotoxicity testing).

The first developmental toxicity study is normally conducted after completion of the two-
generation study. The design of the developmental toxicity study should take account of any
information derived from the repeat exposure and two-generation studies, in particular dose-
response relationships and information on maternal toxicity. For new substances and existing
substances the first developmental toxicity study is conducted in the rat. It is advantageous to
conduct the rat study first because there is scope for a more reliable interpretation of the
relationship between maternal and developmental toxicity in the rat due to the availability of
toxicity data in pregnant animals from the two-generation study. The need for the second
developmental toxicity study, in the rabbit, is dependent on the outcome of the first study. For
biocides, the first developmental toxicity study may be conducted in the rabbit because the TNsG
on Data Requirements (2000) allow a waiver of the rat developmental study in the event of a
negative study in the rabbit and if certain other toxicity and human exposure conditions are met
(see Section 3.12.2.1 for further information).

Further advice on testing strategies, specific to the new substances, existing substances and
biocides programmes, is given below.

3.12.6.4 New substances

Two-generation study

Usually, the starting point for the reproductive toxicity testing programme is the two-generation
study (EU Annex V B.35 or OECD 416), which is routinely conducted at Level 1 (at either 10 or
100 tpa) unless there is justification for delaying this test until the Level 2 (1,000 tpa) supply
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tonnage trigger is reached. A number of factors will influence the decision on whether to conduct
the two-generation study at 10, 100 or 1,000 tpa:

when there are indications of potential reproductive toxicity already available (e.g.
histopathological effects on the gonads in a repeated dose toxicity study; close structural
likeness to a known reproductive toxicant), the two-generation test should be conducted
when supply levels reach 10 tpa;

the potential for human exposure will also influence whether testing is done at 10 tpa or
deferred until 100 tpa. For example, when widespread human exposure which is difficult to
control can be predicted, particularly consumer or indirect exposure, then testing will
normally be required at 10 tpa;

when there are no indications of concern with regard to potential reproductive toxicity (e.g.
no histopathological effects on the gonads in a repeated dose toxicity study, no concern from
SAR) and low concern in relation to human exposure, the two-generation study should
normally be conducted when supply levels reach 100 tpa;

for substances of low toxicological activity (i.e. no evidence of toxicity has been seen in any
of the toxicity tests already available), and for which there is no evidence of significant
absorption from toxicokinetic investigations, and there are low concerns in relation to
exposure, consideration can be given to delaying the commencement of the reproductive
toxicity testing until the level of supply reaches Level 2 (1,000 tpa) or, alternatively the
conduct of the one-generation study may be considered at Level 1. For such low-concern
substances, reproductive toxicity testing may not be required at Level 2 if it can be
conclusively demonstrated by toxicokinetic data that there is no systemic absorption via
relevant routes of exposure;

in the rare event of the conduct of a one-generation study at Level 1, a two-generation study
will normally be required at Level 2. If the one-generation test provides equivocal evidence
of impaired fertility, further testing for clarification should be initiated without further delay.
If practical considerations permit the extension of the original study to a second litter and/or
a second generation this is preferable to the conduct of a separate, new study at this stage. A
second litter from parental animals maintained on the original dose levels throughout the
study may provide meaningful information on the fertility of the animals from which
equivocal data were originally obtained.

The need for the inclusion of a developmental neurotoxicity evaluation must be considered at the
planning stage of the two-generation study (see Section 3.12.6.7 for further information).

Developmental toxicity study

It is recommended that the first developmental toxicity test is normally conducted immediately
after the two-generation study, except:

if there are serious concerns about potential developmental toxicity (from SAR) and also
about the potential for human exposure, it may be appropriate to conduct the first
developmental toxicity test before, or at the same time as, the two-generation study;

if the two-generation study was conducted at 10 tpa and there were no indications of likely
developmental toxicity from this study or from SAR, the first developmental toxicity study
can be conducted at 100 tpa;

when the two-generation study conducted at 10 tpa or 100 tpa is well-conducted with one
dose level of around 1,000 mg/kg bodyweight per day (oral) and shows no adverse effects
on reproduction, and the notifier is able to satisfy the assessor that human exposure will be
negligible (e.g. for an intermediate used in a closed system), and there are no other
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indications of potential concern (e.g. from SAR), it is considered acceptable to defer testing
for developmental toxicity until the level of supply reaches Level 2.

The requirement for the second developmental toxicity study, and its timing, will be influenced
by the results of the first developmental toxicity study:

. substances shown to have clear adverse effects on developmental parameters, such that the
criteria for classification as a Category 2 developmental toxicant are met (as defined in
Section 4.2.3.3 of Directive 93/21) there will normally be no requirement for a second
developmental toxicity study;

. substances giving rise to less severe manifestations of developmental toxicity (such as
changes in the incidence of common structural variants, or a retardation of skeletal
development), resulting in a “category 3” or no classification (see Section 4.2.3.3 of
Directive 93/21), should be studied, without further delay, in a developmental toxicity test in
another species so that the potential for induction of serious structural defects can be
investigated further;

. when the first developmental toxicity study is clearly negative, a second study in another
species should be conducted at Level 2 unless there are significant overriding reasons for
conducting this study at Level 1 (100 tpa) such as toxicokinetic/metabolism data and/or
potential widespread exposure of women of childbearing age via consumer products.

The need for the inclusion of a developmental neurotoxicity evaluation, if not previously
conducted, must be considered at the planning stage of the developmental toxicity study (see
Section 3.12.6.7 for further information).

Reproductive toxicity testing immediately after base set submission

Under specific circumstances, testing for reproductive toxicity may be required immediately
after the base-set submission. Testing at this time will be required when there is particularly high
concern for reproductive toxicity, based on the results of the base-set toxicity studies (the effects
observed, their severity and the dose-response relationship) and/or on SAR considerations and
when it is expected that reproductive toxicity may occur at doses close to known or estimated
human exposure levels. Of greatest concern are situations in which the general public will be
exposed to the substance. When testing for reproductive toxicity is required immediately after
the base-set submission, the first test to be conducted, and the timing of subsequent reproductive
toxicity tests, should be decided on a case-by-case basis, taking into account the nature of the
anticipated reproductive effect and the exposed population. For example, if there is specific
concern for prenatal developmental effects, then a developmental toxicity study (EU Annex V
B.31 or OECD 414) should be conducted first; if there are concerns for effects on fertility or post
natal development, then a two-generation study (Annex V B.35 or OECD 416) will be conducted
first.

3.12.6.5 Existing substances

For priority existing substances not meeting the minimum data requirements, industry should
liase immediately with the rapporteur to determine the most appropriate testing strategy. Usually,
the testing sequence outlined in Section 3.12.6.3 should be followed. The need for the inclusion
of a developmental neurotoxicity evaluation must be considered (see Section 3.12.6.7 for further
information).
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However, derogations from the minimum data set may be agreed by the rapporteur on a case-by-
case basis, following the same principles described for new substances in Section 3.12.6.4. For
existing substances shown to have clear adverse effects on developmental parameters in the first
developmental toxicity study, such that the criteria for classification as a Category 2
developmental toxin are met (as defined in Section 4.2.3.3 of Directive 93/21) there will
normally be no requirement for a second developmental toxicity study. Reduced testing
requirements can be considered for substances of low biological activity (i.e. no evidence of
toxicity has been seen in any of the toxicity tests already available), and for which there is
evidence from toxicokinetic investigations that no significant absorption occurs, and when there
are low concerns in relation to exposure (i.e. human exposure is low and consumer or indirect
exposure is insignificant).

3.12.6.6 Biocides

The common core data requirements (see also Section 3.12.2.1) and waiver possibilities for
active biocidal substances are specified in the TNsG on Data Requirements (2000). The
applicant is responsible for the submission of a complete data set when applying for
authorisation under Directive 98/8. However, in certain cases expert judgement by the applicant
and by the Competent Authority may be necessary in order to assess, for example, whether an
additional study is needed or can be waived, or the design of a specific test. The need for the
inclusion of a developmental neurotoxicity evaluation (see Section 3.12.6.7) as an additional data
requirement must be considered, based on the toxicity profile of the biocidal substance, on the
product type and on the expected human exposure profile, taking into account both the proposed
normal use and a possible realistic worst-case situation.

3.12.6.7 Developmental neurotoxicity study

Developmental neurotoxicity studies are designed to generate data, including dose-response
characterisations, on the potential functional and morphological hazards to the nervous system
that may arise in the offspring from exposure of the mother during pregnancy and lactation.

A standard test method is currently being developed, as OECD draft TG 426. The neurological
evaluation consists of observations to detect gross neurological and behavioural abnormalities;
the assessment of physical development, including sexual maturation, reflex ontogeny, motor
activity, motor and sensory function, and learning and memory; and the evaluation of brain
weights and neuropathology during postnatal development and adulthood.

A developmental neurotoxicity study can be conducted as a separate study or as an add-on study.
It is generally recommended that developmental neurotoxicity testing be performed as an add-on
to a two-generation study using offspring that would otherwise be discarded at weaning, since
this will not involve the use of additional groups of animals.

Triggers for the developmental neurotoxicity study

In determining the necessity for this testing, a weight-of-evidence approach should be used. Data
from all available toxicity studies, as well as potential human exposure information should be
considered. Developmental neurotoxicity testing should be conducted to further characterise
neurological effects observed in other studies, and should be considered if the substance has been
shown to cause neurotoxicity or structural abnormalities of the CNS in other studies, or
suspected of interfering with neurotransmission or neuroendocrine pathways (thyroid, pituitary,
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or circulating sex hormones) at the CNS level. For example, neuroendocrine interference at the
level of the hypothalamic-pituitary axis might be inferred from changes in the levels of
circulating gonadotrophins or steroid sex hormones.

Results of the developmental neurotoxicity study and further action

Developmental neurotoxicity can be indicated by behavioural changes or morphological changes
in the brain. The severity and nature of the effect should be considered. Generally, a pattern of
effects (e.g. impaired learning during several consecutive trials) is more persuasive evidence of
developmental neurotoxicity than one or a few unrelated changes. The reversibility of effects
should be considered, too. Irreversible effects are clearly serious, while reversible effects may be
of less concern. However, it is often not possible to determine whether an effect is truly
reversible. The nervous system possesses reserve capacity, which may compensate for damage,
but the resulting reduction in reserve capacity should be regarded as an adverse effect. If
developmental neurotoxicity is observed only during some time of the lifespan then
compensation should be suspected. Also, effects observed for example during the beginning of a
learning task but not at the end should not be interpreted as reversible effects. Rather the results
may indicate that the speed of learning is decreased.

The experience of offspring especially during infancy may affect their later behaviour. For
example, frequent handling of rats during infancy may alter the physiological response to stress
and the behaviour in tests for emotionality and learning. In order to control for environmental
experiences, the conditions under which the offspring are reared should be standardised within
experiments with respect to variables such as noise level, handling and cage cleaning. The
performance of the animals during the behavioural testing may be influenced by e.g. the time of
day, and the stress level of the animals. Therefore, the most reliable data are obtained in studies
where control and treated animals are tested alternatively and environmental conditions are
standardised.

Equivocal results may need to be followed up by further investigation. The most appropriate
methods for further investigations should be determined on a case-by-case basis guided by the
effects seen in the developmental neurotoxicity study, adult neurotoxicity studies and/or SAR-
based predictions. Extensive coverage of methods is given in the OECD Guidance Document for
Reproductive Toxicity Testing (in preparation) and the OECD Guidance Document for
Neurotoxicity Testing (2000). No further testing will normally be required when the results of
the developmental toxicity study are clearly positive. Also, no further testing will normally be
required when the results are clearly negative. However, a second study in another species and/or
examination of developmental neurotoxicity endpoints not covered yet may be considered when
there are potential widespread exposure of women of childbearing age and indications of
developmental neurotoxicity in humans.

3.12.7 Additional considerations

3.12.71 Relation between maternal toxicity and developmental toxicity

Developmental toxicity may be mediated by maternal toxicity, as experience has shown.
However, in most studies evidence for a causal relationship is lacking. Developmental toxicity
occurring in the presence of maternal effects does not itself imply a causal relationship between
the two and therefore it is not appropriate to discount developmental toxicity that occurs only in
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the presence of maternal toxicity. If a causal relationship can be established, it can be concluded
that developmental toxicity does not occur at lower doses than the threshold for maternal
toxicity, although the substance can still be considered as a developmental toxicant. In the
absence of proven causality, the nature and severity of the developmental versus the maternal
effects may well warrant the conclusion that a substance should be considered as a specific
developmental toxicant when the effects are only observed in the presence of maternal toxicity.
The assessment of the interrelationship between developmental toxicity and maternal toxicity
and its influence on decisions regarding hazard classification must be conducted on a case-by-
case by basis, using a weight of evidence approach, and with reference to the comments in the
classification guidance in Directive 93/21. Further information on the interpretation of
developmental toxicity occurring in the presence of maternal toxicity and the implications for
risk characterisation is given in Section 4.9.

Because of possible differences in sensitivity between pregnant and non-pregnant animals,
toxicity data from repeat dose studies have little use in the interpretation of maternal toxicity in
reproductive studies. On the other hand, in reproductive toxicity studies, endpoints that were
shown to be affected in repeated toxicity studies may be incorporated as maternal parameters.
This may help to identify any differences in sensitivity to treatment between pregnant and non-
pregnant animals due to pregnancy-induced changes in physiology.

3.12.7.2 Reproductive toxicity via lactation

Reproductive toxicity may occur through lactation in several ways. Substances may reach the
milk and result in exposure of the newborn. On the other hand, the quality and quantity of the
milk may be affected by maternal exposure to the substance, resulting in nutritional effects on
the newborn. Three aspects are crucial in the risk assessment of lactational effects, as indicated
below:

. the co