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FOREWORD

Harmonization Project Documents are a family of publications by the World Health
Organization (WHO) under the umbrella of the International Programme on Chemical Safety
(IPCS) (WHO/ILO/UNEP). Harmonization Project Documents complement the Environmen-
tal Health Criteria (EHC) methodology (yellow cover) series of documents as authoritative
documents on methods for the risk assessment of chemicals.

The main impetus for the current coordinated international, regional, and national efforts on
the assessment and management of hazardous chemicals arose from the 1992 United Nations
Conference on Environment and Development (UNCED). UNCED Agenda 21, Chapter 19,
provides the “blueprint” for the environmentally sound management of toxic chemicals. This
commitment by governments was reconfirmed at the 2002 World Summit on Sustainable
Development and in 2006 in the Strategic Approach to International Chemicals Management
(SAICM). The IPCS project on the Harmonization of Approaches to the Assessment of Risk
from Exposure to Chemicals (Harmonization Project) is conducted under Agenda 21, Chapter
19, and contributes to the implementation of SAICM. In particular, the project addresses the
SAICM objective on Risk Reduction and the SAICM Global Plan of Action activity to
“Develop and use new and harmonized methods for risk assessment”.

The TPCS Harmonization Project goal is fo improve chemical risk assessment globally,
through the pursuit of common principles and approaches, and, hence, strengthen national
and international management practices that deliver better protection of human health and
the environment within the framework of sustainability. The Harmonization Project aims to
harmonize global approaches to chemical risk assessment, including by developing
international guidance documents on specific issues. The guidance is intended for adoption
and use in countries and by international bodies in the performance of chemical risk
assessments. The guidance is developed by engaging experts worldwide. The project has
been implemented using a stepwise approach, first sharing information and increasing
understanding of methods and practices used by various countries, identifying areas where
convergence of different approaches would be beneficial, and then developing guidance that
enables implementation of harmonized approaches. The project uses a building block
approach, focusing at any one time on the aspects of risk assessment that are particularly
important for harmonization.

The project enables risk assessments (or components thereof) to be performed using inter-
nationally accepted methods, and these assessments can then be shared to avoid duplication
and optimize use of valuable resources for risk management. It also promotes sound science
as a basis for risk management decisions, promotes transparency in risk assessment, and
reduces unnecessary testing of chemicals. Advances in scientific knowledge can be translated
into new harmonized methods.

This ongoing project is overseen by a geographically representative Harmonization Project
Steering Committee and a number of ad hoc Working Groups that manage the detailed work.
Finalization of documents includes a rigorous process of international peer review and public
comment.
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PREFACE

Following publication of the International Programme on Chemical Safety (IPCS)
Conceptual Framework for Evaluating a Mode of Action for Chemical Carcinogenesis (in
animals),' an IPCS Cancer Working Group convened on 3—-5 March 2004 in Arlington,
Virginia, USA. The working group agreed that the issue of human relevance of animal
tumours should be further explored with the goal of developing a unified IPCS Human
Relevance Framework for use of mode of action information in risk assessment for regulatory
and other purposes, and it provided initial guidance for this task. The members of this
working group, including secretariat support and a representative of the Organisation for
Economic Co-operation and Development, were as follows:

Professor Hermann Bolt, Institut fiir Arbeitsphysiologie, Germany

Professor Alan R. Boobis, Department of Health Toxicology Unit, Imperial College
London, United Kingdom

Dr John Bucher, National Institute of Environmental Health Sciences, USA

Dr Vincent Cogliano, Unit of Carcinogen Identification and Evaluation, International
Agency for Research on Cancer, France

Dr Samuel M. Cohen, Pathology and Microbiology, Havlik-Wall Professor of Oncology,
University of Nebraska Medical Center, USA

Dr William Farland, Office of Research and Development, Environmental Protection
Agency, USA

Dr Jun Kanno, Division of Cellular & Molecular Toxicology, National Institute of
Health Sciences, Japan

Dr Lois D. Lehman-McKeeman, Bristol-Myers Squibb, USA

Ms Bette Meek, Environmental Health Centre, Health Canada, Canada

Ms Laurence Musset, Environment, Health and Safety Division, Organisation for
Economic Co-operation and Development, France

Dr Jerry Rice, Consultant, USA

Ms Cindy Sonich-Mullin, International Programme on Chemical Safety, World Health
Organization, USA

Ms Carolyn Vickers, International Programme on Chemical Safety, World Health
Organization, Switzerland

Ms Deborah Willcocks, Existing Chemicals, National Industrial Chemicals Notification
and Assessment Scheme (NICNAS), Australia

Extending the Mode of Action Framework to include consideration of human relevance,
taking into account guidance from the Arlington meeting, was the subject of an IPCS
international workshop convened in Bradford, United Kingdom, from 21 to 23 April 2005.
This workshop prepared draft text for an IPCS Human Relevance Framework, including
updating the 2001 Mode of Action Framework. The workshop participants, including

! Sonich-Mullin C, Fielder R, Wiltse J, Baetcke K, Dempsey J, Fenner-Crisp P, Grant D, Hartley M, Knaap A,
Kroese D, Mangelsdorf I, Meek E, Rice J, Younes M (2001) IPCS conceptual framework for evaluating a mode
of action for chemical carcinogenesis. Regulatory Toxicology and Pharmacology, 34:146—152.
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secretariat support and representatives of the European Food Safety Authority and European
Chemicals Bureau, were as follows:

Dr Peter Abbott, Scientific Risk Assessment and Evaluation Branch, Food Standards
Australia New Zealand, Australia

Dr Antero Aitio, International Programme on Chemical Safety, World Health
Organization, Switzerland

Dr Diana Anderson, Department of Biomedical Sciences, University of Bradford, United
Kingdom

Professor Sir Colin Berry, United Kingdom

Professor Hermann Bolt, Institut fiir Arbeitsphysiologie, Germany

Professor Alan R. Boobis, Department of Health Toxicology Unit, Imperial College
London, United Kingdom

Dr Susy Brescia, Health and Safety Executive, United Kingdom

Dr John Bucher, National Institute of Environmental Health Sciences, USA

Dr Vincent Cogliano, Unit of Carcinogen Identification and Evaluation, International
Agency for Research on Cancer, France

Dr Samuel M. Cohen, Pathology and Microbiology, Havlik-Wall Professor of Oncology,
University of Nebraska Medical Center, USA

Dr Vicki Dellarco, Office of Pesticide Programs, Environmental Protection Agency,
USA

Ms Christine Dove, School of Life Sciences, University of Bradford, United Kingdom

Dr Jun Kanno, Division of Cellular and Molecular Toxicology, National Institute of
Health Sciences, Japan

Dr Janet Kielhorn, Department of Chemical Risk Assessment, Fraunhofer Institute for
Toxicology and Experimental Medicine, Germany

Mrs Sandra Kunz, International Programme on Chemical Safety, World Health
Organization, Switzerland

Dr Christian Laurent, Scientific Expert Services, European Food Safety Authority, Italy

Dr Douglas McGregor, Toxicity Evaluation Consultants, United Kingdom

Ms Bette Meek, Environmental Health Centre, Health Canada, Canada

Ms Sharon Munn, Toxicology and Chemical Substances, European Chemicals Bureau,
Italy

Dr R. Julian Preston, National Health and Environmental Effects Research Laboratory,
Environmental Carcinogenesis Division, Environmental Protection Agency, USA

Dr Jerry Rice, Consultant, USA

Dr Hans-Bernhard Richter-Reichhelm, Federal Institute for Risk Assessment (BfR),
Germany

Ms Carolyn Vickers, International Programme on Chemical Safety, World Health
Organization, Switzerland

Ms Deborah Willcocks, Existing Chemicals, National Industrial Chemicals Notification
and Assessment Scheme (NICNAS), Australia

Dr William P. Wood, Risk Assessment Forum, Environmental Protection Agency, USA

Dr Zheng Yuxin, Institute for Occupational Health and Poison Control, Chinese Center
for Disease Control and Prevention, and WHO Collaborating Centre of Occupational
Health, People’s Republic of China
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The draft was published on the Internet for public comment and sent to a number of WHO
Collaborating Centres and IPCS Participating Institutions for peer review. An expert meeting
that convened in London in December 2005 considered the comments received and finalized
the framework. The expert meeting participants were as follows:

Professor Alan R. Boobis, Department of Health Toxicology Unit, Imperial College
London, United Kingdom (Rapporteur)

Dr Samuel M. Cohen, Pathology and Microbiology, Havlik-Wall Professor of Oncology,
University of Nebraska Medical Center, USA

Dr Vicki Dellarco, Office of Pesticide Programs, Environmental Protection Agency,
USA

Dr William Farland, Office of Research and Development, Environmental Protection
Agency, USA (Chair)

Dr Douglas McGregor, Toxicity Evaluation Consultants, United Kingdom

Ms Carolyn Vickers, International Programme on Chemical Safety, World Health
Organization, Switzerland

Ms Deborah Willcocks, Existing Chemicals, National Industrial Chemicals Notification
and Assessment Scheme (NICNAS), Australia
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IPCS FRAMEWORK FOR ANALYSING THE RELEVANCE OF A CANCER
MODE OF ACTION FOR HUMANS'

Alan R. Boobis, Samuel M. Cohen, Vicki Dellarco, Douglas McGregor,
M.E. (Bette) Meek, Carolyn Vickers, Deborah Willcocks, & William Farland

The use of structured frameworks can be invaluable in promoting harmonization in the
assessment of chemical risk. The International Programme on Chemical Safety (IPCS) has
therefore updated and extended its Mode of Action (MOA) Framework for cancer to address
the issue of human relevance of a carcinogenic response observed in an experimental study.
The first stage is to determine whether it is possible to establish an MOA. This comprises a
series of key events along the causal pathway to cancer, identified using a weight-of-evidence
approach based on the Bradford Hill criteria. The key events are then compared first quali-
tatively and then quantitatively between the experimental animals and humans. Finally, a clear
statement of confidence, analysis, and implications is produced. The IPCS Human Relevance
Framework for cancer provides an analytical tool to enable the transparent evaluation of the
data, identification of key data gaps, and structured presentation of information that would be
of value in the further risk assessment of the compound, even if relevancy cannot be excluded.
This might include data on the shape of the dose—response curve, identification of any
thresholds, and recognition of potentially susceptible subgroups, for example, the basis of
genetic or life stage differences.

Fundamental to the evolution of cancer risk assessment over the last three decades has been
our increasing understanding of the biology of cancer and the identification of key events in
carcinogenesis. Through the mid-1980s, national and international assessments of human
cancer hazard and risk depended primarily on lifetime assays in rodents of potentially car-
cinogenic agents. For few agents was there sufficient human evidence on which to base retro-
spective cancer assessments, and fewer still would be expected to be detected prospectively,
given modern controls on general exposures in the workplace and in the environment gener-
ally. Inherent in rodent-based assessments was the assumption that the observation of
tumours in laboratory animals could be meaningfully extrapolated to identify potential human
carcinogens and, by the use of mathematical models, to provide upper-bound estimates of
risk at human doses of regulatory significance. During the same period, the potential signifi-
cance of mutagenesis in carcinogenesis was becoming accepted by the scientific community.
Subsequently, it has become increasingly apparent that an appreciable number of chemicals
cause cancer in laboratory animals by processes that do not involve direct interaction with
DNA. These developments in our understanding of the biological basis of carcinogenesis in
both laboratory animals and humans have benefited risk assessment processes by providing
more data on the pharmacokinetics and pharmacodynamics of suspect carcinogenic agents.
Consideration of the biological processes involved in the carcinogenesis of specific com-
pounds has led to the concept of mode of action (MOA).

' This article, to which WHO owns copyright, was originally published in 2006 in Critical Reviews in
Toxicology, Volume 36, pages 781-792. It has been edited for this WHO publication and includes corrigenda.
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A postulated MOA for carcinogenesis is a biologically plausible sequence of key events lead-
ing to an observed effect supported by robust experimental observations and mechanistic
data. It describes key cytological and biochemical events—that is, those that are both
measurable and necessary to the observed carcinogenicity—in a logical framework. MOA
contrasts with mechanism of action, which generally involves a sufficient understanding of
the molecular basis for an effect and its detailed description so that causation can be
established in molecular terms.

In 2001, as part of its efforts to harmonize risk assessment practices, the International
Programme on Chemical Safety (IPCS) (WHO/ILO/UNEP) published a framework for
assessment of MOA for carcinogenesis in laboratory animals (animal MOA), based on
Bradford Hill criteria for causality. The IPCS Human Relevance Framework (HRF) presented
in this document updates this MOA Framework and extends it to consider human relevance.
It is an analytical tool to provide a means of evaluating systematically the data available on a
specific carcinogenic response to a chemical in a transparent manner. While it is envisaged
that the framework will be of value to risk assessors both within and outside of regulatory
agencies, it will also be a valuable tool to the research community. Among reasons for using
the framework are:

e to provide a generic approach to the analysis of data to contribute to harmonization;

e to encourage transparency of the consideration and use of available data and reasons for
the conclusions drawn;

e to provide guidance in the presentation of data;

e to identify critical data deficiencies and needs;

e to inform the quantitative assessment of carcinogenic risk to humans.

These and other topics will be discussed in more detail below.

THE ROLE OF IPCS IN DEVELOPING THE FRAMEWORK FOR ANALYSING
THE RELEVANCE OF A CANCER MOA FOR HUMANS

IPCS has been leading an effort to harmonize approaches to cancer risk assessment as part of
its larger project on the Harmonization of Approaches to the Assessment of Risk from
Exposure to Chemicals. The first phase of this work resulted in the publication of the IPCS
Conceptual Framework for Evaluating a Mode of Action for Chemical Carcinogenesis in
experimental animals (Sonich-Mullin et al., 2001). As described in that publication, a major
impediment to harmonization identified in the consideration of weight of evidence was the
evaluation of MOA in animals. Sonich-Mullin et al. (2001) provided a framework for evalu-
ating MOA of chemical carcinogenesis in animals and recognized the importance of moving
on to the next step in the overall characterization of cancer hazard and risk in humans: the
assessment of relevance of the MOA of animal carcinogenesis to humans. Adoption of the
MOA Framework concept is proceeding through its incorporation in the revised United States
Environmental Protection Agency (USEPA) Guidelines for Carcinogen Risk Assessment
(USEPA, 1999, 2005), and the framework is now commonly used by other regulatory
agencies and international organizations. In the United Kingdom, the framework is being
used for the assessment of pesticides and industrial chemicals. The United Kingdom
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Committee on Carcinogenicity (2004) has noted the framework’s value with regard to both
harmonization between agencies and internal consistency in its latest guidelines. The frame-
work has also been adopted and is being used by agencies in Australia and in Canada, in the
evaluation of Existing Chemicals under the Canadian Environmental Protection Act. The
European Union has incorporated the framework into its technical guidance documents on
evaluating new and existing industrial chemicals and biocides, including carcinogenicity.
With regard to international organizations, of particular note is the use of the framework by
the Joint FAO/WHO Meeting on Pesticide Residues (JMPR), for example, in its evaluation of
pyrethrin extract and its incorporation into the resulting monograph.

The step to extend the MOA Framework to include consideration of human relevance has
been undertaken by IPCS in cooperation with international partners. It was the subject of an
IPCS international workshop convened in Bradford, United Kingdom, from 21 to 23 April
2005. This workshop prepared draft text for an IPCS HRF, including updating the 2001 MOA
Framework. The draft was published on the Internet for public comment and sent to a number
of WHO Collaborating Centres and IPCS Participating Institutions for peer review. An expert
meeting convened in London in December 2005 considered the comments received and
finalized the framework. The framework text and the steps leading to its development are
discussed in detail in the following sections.

THE 2001 IPCS CONCEPTUAL MOA FRAMEWORK FOR EVALUATING
ANIMAL CARCINOGENESIS

Purpose of the framework

The IPCS MOA Framework for evaluating carcinogenesis in animals (Sonich-Mullin et al.,
2001) remains a fundamental basis for the IPCS Framework for Analysing the Relevance of a
Cancer Mode of Action for Humans. The animal MOA Framework provides a generic
approach to the principles commonly used when evaluating a postulated MOA for tumour
induction in animals by a chemical carcinogen. Thus, the framework is a tool that provides a
structured approach to the assessment of the overall weight of the evidence for the postulated
MOA. In this context, a supported MOA would have evidence provided by robust experi-
mental observations and mechanistic data to establish a biologically plausible explanation.

The framework is designed to bring transparency to the analysis of a postulated MOA and
thereby promote confidence in the conclusions reached through the use of a defined proce-
dure that encourages clear and consistent documentation supporting the analysis and reason-
ing and that highlights inconsistencies and uncertainties in the available data. The purpose of
the framework is to provide a systematic means of considering the weight of the evidence for
an MOA in a given situation; it is not designed to give an absolute answer on sufficiency of
the information, as this will vary depending on the circumstance. It is not a checklist of
criteria, but rather an analytical approach. However, the process can be greatly aided by the
presentation of tabular summaries of comparative data on incidence of key events and
tumours.

The animal MOA Framework analysis is an important step in the hazard characterization. It
is envisaged that the animal MOA Framework will contribute to risk assessments of chemical

12
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carcinogens across all sectors (drugs, industrial chemicals, pesticides, food additives, etc.). In
the resulting risk assessment documentation, the framework analysis would be appropriately
positioned within the hazard characterization section. In the absence of adequate epidemio-
logical data, it may be regarded as an essential component in any discussion of human
relevance, dose—response relationships, and risk characterization. It is also envisaged that the
framework will be useful to both regulators and researchers in identifying research needs
based on clear delineation of data gaps and inconsistencies.

MOA analysis can be used to establish either that a compound has an MOA that has been
described previously or that it has a novel MOA. Thus, the output of an MOA analysis may
serve to support the evaluation of a specific compound or contribute to the generation of a
novel MOA. In the former, chemical-specific data play a vital role in the concordance anal-
ysis for human relevance. In the latter, it will be important to identify which events are key to
the biological processes that represent the MOA.

Thus, an MOA comprising the same set of key events may apply to many different com-
pounds. The evidence necessary to establish that a specific MOA is responsible for a given
carcinogenic response will be substantial the first time such an MOA is proposed. As subse-
quent compounds are found to share this MOA, the “barrier” to acceptance will be lower,
although it will always be necessary to establish rigorously that the key events comprising the
MOA occur and that they fulfil the criteria described below. It will also be important to
exclude other possible MOAs.

Scientific peer participation is a prerequisite for the development and acceptance of a novel
postulated MOA. Peer participation includes both peer involvement in the development of an
MOA and peer review by scientists who are independent of the process of development of the
MOA. Publication in the scientific literature and presentation and discussion at scientific
meetings and workshops constitute peer involvement that contributes to acceptance of an
MOA by the scientific community.

While acceptance does not necessarily mean unanimity, most of the scientists reviewing an
MOA analysis should agree that the relevant scientific information has been identified and
appropriately analysed, that “key events” have been identified and are supported by the
information presented, that their relationship to carcinogenesis has been clearly established in
the hypothesized MOA, and that alternative MOAs have been considered and rejected.

As knowledge advances, the characterization of an MOA will change. Additional key events
may be identified, and others may be refined or even dropped. Nevertheless, significant
changes to the key events also need some general acceptance, through peer review, such as
described above.

Update of framework guidelines
In development of the IPCS HRF, the 2001 animal MOA Framework text has been updated,
and this revised version is presented here.

13
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Introduction to framework analysis

This section describes the cancer end-point or end-points that have been observed and
identifies which of these are addressed in the analysis. Prior to embarking on a framework
analysis, there needs to be careful evaluation of the weight of evidence for a carcinogenic
response in experimental animals. The nature of the framework is such that only one MOA is
analysed at a time; hence, for example, different tumour types associated with chemical treat-
ment, even if recorded in the same animals, will require separate framework analyses to
discern each tumour’s MOA. However, in considering the pathogenesis of a single type of
tumour, it should be recognized that it is possible that a chemical could induce that tumour
type by more than one MOA. Hence, it might be necessary to undertake an analysis of more
than one MOA for the same tumour type for a single chemical. Consistent with species- and
tissue-specific variation in metabolic activation and detoxication, there is often only poor site
concordance for genotoxic carcinogens. This will need to be kept in mind when comparing
animal and human data. In contrast, consistent with the observation that most carcinogens
acting by a non-genotoxic MOA perturb physiological processes that tend to be site specific,
site concordance is reasonably assumed, at least as an initial premise in the HRF.

1. Postulated mode of action (theory of the case)

This section comprises a brief description of the sequence of events on the path to cancer for
the postulated MOA of the test substance. This explanation of the sequence of events leads
into the next section, which identifies the events considered “key” (i.e. necessary and mea-
surable), given the database available for the analysis.

2. Key events

This section briefly identifies and describes the “key events”—measurable events that are
critical to the induction of tumours as hypothesized in the postulated MOA. To support an
association, a body of experiments needs to define and measure an event consistently. Perti-
nent observations include, for example, tumour response and key events in the same cell type,
sites of action logically related to event(s), increased cell growth, specific biochemical
events, changes in organ weight and/or histology, proliferation, perturbations in hormones or
other signalling systems, receptor—ligand interactions, effects on DNA or chromosomes, and
impact on cell cycle. For example, key events for tumours hypothesized to be associated with
prolonged regenerative proliferation might be cytotoxicity as measured histopathologically
and an increase in labelling index. As another example, key events for induction of urinary
bladder tumours hypothesized to be due to formation of urinary solids composed primarily of
calcium phosphate might include elevated urinary free calcium, phosphate, and pH and
formation of urinary solids, followed by irritation and regenerative hyperplasia of the uro-
thelium.

3. Concordance of dose-response relationships

This section should characterize the dose—effect/response relationships for each of the key
events and for the tumour response and discuss their interrelationships, in the context of the
Bradford Hill criteria. Ideally, one should be able to correlate the dose dependency of the
increases in incidence of a key event with increases in incidence or severity (e.g. lesion pro-
gression) of other key events occurring later in the process, and with the ultimate tumour
incidence. Comparative tabular presentation of incidence of key events and tumours is often
helpful in examining dose-response. In the case of complex data sets, this is almost essential.
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It is important to consider whether there are fundamental differences in the biological
response (i.e. dose transitions) at different parts of the dose—response curve for tumour
formation (Slikker et al., 2004). If so, key events relevant to the different parts of the dose—
response curve will need to be defined and used in the framework analysis.

4. Temporal association

This section should characterize the temporal relationships for each of the key events and for
the tumour response. The temporal sequence of key events leading to the tumour response
should be determined. Key events should be apparent before tumour appearance and should
be consistent temporally with each other; this is essential in deciding whether the data support
the postulated MOA. Observations of key events at the same time as the tumours (e.g. at the
end of a bioassay) do not contribute to considerations of temporal association, but can con-
tribute to analysis in the next section. Most often, complete data sets to address the criterion
of temporality are not available.

5. Strength, consistency, and specificity of association of tumour response with key
events

This section should discuss the weight of evidence linking the key events, precursor lesions,
and the tumour response. Stop/recovery studies showing absence or reduction of subsequent
events or tumour when a key event is blocked or diminished are particularly important tests
of the association. Consistent observations in a number of such studies with differing exper-
imental designs increase that support, since different designs may reduce unknown biases or
confounding. Consistency, which addresses repeatability of key events in the postulated
MOA for cancer in different studies, is distinguished from coherence, however, which
addresses the relationship of the postulated MOA with observations in the broader database
(see point 6). Pertinent observations include tumour response and key events in the same cell
type, sites of action logically related to event(s), and results from multistage studies and from
stop/recovery studies.

6. Biological plausibility and coherence

One should consider whether the MOA is consistent with what is known about carcino-
genesis in general (biological plausibility) and also in relation to what is known for the
substance specifically (coherence). For the postulated MOA and the events that are part of it
to be biologically plausible, they need to be consistent with current understanding of the
biology of cancer. However, the extent to which biological plausibility can be used as a
criterion against which weight of evidence is assessed may be limited due to gaps in our
knowledge. Coherence, which addresses the relationship of the postulated MOA with obser-
vations in the broader database—for example, association of MOA for tumours with that for
other end-points—needs to be distinguished from consistency (addressed in point 5), which
addresses repeatability of key events in the postulated MOA for cancer in different studies.
For coherence, likeness of the case to that for structural analogues may be informative (i.e.
structure—activity analysis). Information from other compounds that share the postulated
MOA may be of value, such as sex, species, and strain differences in sensitivity and their
relationship to key events. Additionally, this section should consider whether the database on
the agent is internally consistent in supporting the purported MOA, including that for relevant
non-cancer toxicities. Some MOAs can be anticipated to evoke effects other than cancer,
such as reproductive effects of certain hormonal disturbances that are carcinogenic.
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7. Other modes of action

This section discusses alternative MOAs that logically present themselves in the case. If
alternative MOAs are supported, they need their own framework analysis. These should be
distinguished from additional components of a single MOA that likely contribute to the
observed effect, since these would be addressed in the analysis of the principal MOA.

8. Uncertainties, inconsistencies, and data gaps
Uncertainties should include those related to both the biology of tumour development and
those for the database on the compound of interest. Inconsistencies should be flagged and
data gaps identified. For the identified data gaps, there should be some indication of whether
they are critical as support for the postulated MOA.

9. Assessment of postulated mode of action

This section should include a clear statement of the outcome with an indication of the level of
confidence in the postulated MOA—for example, high, moderate, or low. If a novel MOA is
being proposed, this should be clearly indicated. However, if the MOA is the same as that
proposed for other compounds, the extent to which the key events fit this MOA needs to be
stated explicitly. Any major differences should be noted, and their implications for the MOA
should be discussed.

ADDRESSING THE ISSUE OF HUMAN RELEVANCE

In 2000, an IPCS Harmonization Project Cancer Planning Work Group convened in Carshal-
ton, United Kingdom (IPCS, 2000). (This initial IPCS working group differed in membership
from the subsequent IPCS working group convened to work on the human relevance project.)
Among the recommendations of that meeting was the suggestion that IPCS and the Inter-
national Life Sciences Institute (ILSI) move forward together and in parallel on the develop-
ment of the extension of the IPCS MOA Framework towards addressing human relevance. It
was recognized that ILSI could provide much help in technical workshops. In June 2001, the
ILSI Risk Science Institute (RSI) with support from the USEPA and Health Canada formed a
working group to examine key issues in the use of MOA information to determine the
relevance of animal tumours. These efforts have resulted in several published reports that are
described below. An IPCS Cancer Working Group, convened on 3-5 March 2004 in
Arlington, Virginia, USA, agreed that these reports should form the starting point for further
exploration of the issue of human relevance of animal tumours by IPCS with the goal of
developing a unified IPCS HRF for use of MOA information in risk assessment for
regulatory and other purposes (IPCS, 2004).

To address the issue of the human relevance of the MOASs determined in animals, ILSI/RSI
charged its working group with expanding the IPCS MOA Framework to include evaluation
of the human relevance of a cancer MOA determined in animals. The details of the process,
the case-studies, and the framework were published as a series of papers in the November
2003 issue of Critical Reviews in Toxicology (Cohen et al., 2003; Meek et al., 2003). These
articles describe the ILSI/RSI HRF and provide guidance for its application. In addition,
references to specific examples on which the framework is based are included. Several
iterations of case-studies of chemicals with generally well known MOAs were used to
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develop the integrated framework. The intent was to provide guidance for a disciplined,
transparent process evaluating the MOA in animals and each key event with respect to human
relevance.

The ILSI/RSI HRF is based on three fundamental questions:

1. Is the weight of evidence sufficient to establish the mode of action (MOA) in animals?
Are key events in the animal MOA plausible in humans?

3. Taking into account kinetic and dynamic factors, are key events in the animal MOA
plausible in humans?

Questions 2 and 3 involve qualitative and quantitative considerations, respectively, in a
concordance analysis of human information in relation to the animal MOA and its key events.

These are followed by an explicit description of confidence in the evaluation, identification of
specific data gaps, and the implications for risk assessment. It was emphasized by ILSI/RSI
that use of this framework would form part of the hazard characterization step of the overall
risk assessment process.

DEVELOPMENT OF AN IPCS HRF GUIDANCE DOCUMENT BASED ON THE
IPCS MOA FRAMEWORK AND THE ILSI/RSI HRF

The 2004 IPCS Cancer Working Group discussed the type of document that would be pro-
duced as a result of its task to extend the IPCS MOA Framework to address human relevance.
It was recognized that one integrated guidance document that worked as a whole would be
needed to facilitate uptake and use by regulatory and other risk assessment bodies. The
guidance could be supplemented by publication of the other materials generated through the
process (e.g. issue papers and case-studies).

There was general agreement among working group members that the questions identified as
the critical components of the ILSI/RSI HRF were important and in general appropriate for
addressing the human relevance of an MOA determined in animals. However, several issues
were identified that could benefit from additional clarification, development, or expansion.

These refinements of the ILSI/RSI HRF were developed through discussions of the IPCS
Cancer Working Group and at a workshop convened for this purpose in Bradford, United
Kingdom, on 21-23 April 2005 (IPCS, 2005). The resulting IPCS HRF is presented as an
approach to answering a series of three questions, leading to a documented, logical
conclusion regarding the human relevance of the MOA underlying animal tumours. The
application of the guidance results in a narrative with four sections that may be incorporated
into the hazard characterization of a risk assessment. The sections are as follows (see Figure

1):

1. Is the weight of evidence sufficient to establish a mode of action (MOA) in animals?
2. Can human relevance of the MOA be reasonably excluded on the basis of fundamental,
qualitative differences in key events between experimental animals and humans?
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3. Can human relevance of the MOA be reasonably excluded on the basis of quantitative
differences in either kinetic or dynamic factors between experimental animals and
humans?

4. Conclusion: Statement of confidence, analysis, and implications.

Is the weight of

evidence sufficient NO

to establish a mode | =—>
of action (MOA)

in animals?

Continue with
risk assessment

YES

f N
Can human relevance of
YES the MOA be reasonably

MOA not excluded on the basis of
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differences in key events

between animals and
X humans?

NO

a N
Can human relevance of
the MOA be reasonably
MOA not YES excluded on the basis of NO
Relevant H quantitative differences ir %
either kinetic or dynamic
factors between animals
Land humans?

Continue with
risk assessment

J

Figure 1. IPCS general scheme illustrating the main steps in evaluating the human relevance of
an animal MOA for tumour formation. The questions have been designed to enable an unequivocal
answer yes or no, but recognizing the need for judgement regarding sufficiency of weight of evidence.
Answers leading to the left side of the diagram indicate that the weight of evidence is such that the
MOA is not considered relevant to humans. Answers leading to the right side of the diagram indicate
either that the weight of evidence is such that the MOA is likely to be relevant to humans or that it is
not possible to reach a conclusion regarding likely relevance to humans, owing to uncertainties in the
available information. In these cases, the assessment would proceed to risk characterization. It should
be noted that only at this stage would human exposure be included in the evaluation.

In applying this framework for a given chemical, tumours of each animal target organ
observed are evaluated independently, with the assumption that different MOAs are possible
in different organs, although based on this analysis, MOAs in different tissues may be
similar. Similarly, an evaluation of the likelihood of congruence between target organ(s) in
different species and in humans needs to be made, based on the MOA analysis.
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Is the weight of evidence sufficient to establish a mode of action (MOA) in
animals?

Answering this first question in the IPCS HRF requires application of the (updated) IPCS
MOA Framework described previously in this document. The steps in the MOA Framework,
which are based on the Bradford Hill criteria for causality, are:

postulated MOA;

key events; associated critical parameters;

dose-response relationships;

temporal association;

strength, consistency, and specificity of association of key events and tumour response;
biological plausibility and coherence;

possible alternative MOAs;

uncertainties, inconsistencies, and data gaps;

conclusion about the MOA.

WXk W=

This process incorporates an evaluation of the weight of evidence for possible alternative
MOAs at a given site and an evaluation of the overall strength of evidence supporting the
MOA under consideration. Ultimately, a decision concerning the weight of evidence sup-
porting the MOA and the level of confidence in that decision must be made. The process also
identifies critically important data gaps that, when filled, would increase confidence in the
proposed MOA. It is also necessary to establish whether the postulated MOA has already
been described for other chemicals, in which case human relevance will already have been
evaluated, or whether the proposed MOA is novel, in which case human relevance needs to
be assessed de novo.

For a given chemical, the primary sources of information for evaluating an MOA are likely to
be data generated for that specific chemical in the animal model in which tumours were pro-
duced. Obviously, data from other sources can and should also be used, as appropriate, along
with data on chemicals with similar chemical structures, the same or similar MOAs, or both.
If the MOA for a chemical is novel, considerably more data will be required to support the
conclusion that it is related to the carcinogenic process of the tumours induced by that
chemical than for subsequent examples of chemicals acting by the same MOA. The ILSI/RSI
working group and the IPCS Bradford workshop did not address the issue of how many data
are sufficient to support a specific MOA for a given chemical per se, except by way of
example within the case-studies and recognition that acceptance of a novel MOA requires
scientific consensus (described above). Consideration at this stage of the MOA analysis of
potential variations between animals and humans also facilitates addressing subsequent steps
in the framework.

Can human relevance of the MOA be reasonably excluded on the basis of
fundamental, qualitative differences in key events between experimental
animals and humans?

The wording of this question was changed from that in the ILSI/RSI HRF, following discus-
sion at the IPCS workshop on the implications of a yes or a no answer to the original
question. In answering the original question, only an unequivocal no would be sufficient to
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permit the conclusion that the animal MOA was not relevant to humans. Also, it was recog-
nized that translation of the word “plausible” into other languages could be problematic. The
question was therefore reworded to enable a yes/no answer, but qualified by the descriptor
“reasonably”, based on recognition that decisions about the adequacy of weight of evidence
are not absolute but involve scientific judgement based on transparent analysis of the avail-
able data.

This step represents a qualitative assessment of the relevance of the MOA to human cancer
potential. Listing the critical specific key events that occur in the animal MOA and directly
evaluating whether each of the key events might or might not occur in humans facilitate
consideration and transparent presentation of the relevant information. Presentation in tabular
form, referred to as a concordance table, can be helpful in delineating the relevant informa-
tion (for an example, see Meek et al., 2003, case-study 6: kidney and liver tumours associated
with chloroform exposure, Table 7; McGregor et al., current document, case-study on
formaldehyde, Table 3). The key events (and possibly some of the critical associated
processes) are listed with the information regarding these events for the animals in which the
tumour was observed. It is intended that the information in these tables be brief, since a
narrative explanation is expected to accompany the table. In the right-hand column, the effect
on humans for each of the key events is evaluated. An additional column for the results in a
different strain, species, sex, or route of administration that does not result in tumours can be
useful if information is available for comparison with the model that leads to tumours. In
addition, factors may be identified that, while not key themselves, can modulate key events
and so contribute to differences between species or individuals. Such factors include genetic
differences in pathways of metabolism, competing pathways of metabolism, and cell
proliferation induced by concurrent pathology. Any such factors identified should be noted in
a footnote to the concordance table.

The evaluation of the concordance of the key events for the MOA for a given chemical in
humans is an evaluation of the MOA in humans, rather than an evaluation of the specific
chemical. In general, details of the initial key events are likely to be more chemical
specific—for example, the enzyme induction response by phenobarbital in rodent liver, or the
formation of a cytotoxic metabolite from chloroform by specific cytochrome P-450 enzymes.
Later events are more generic to the MOA—for example, pleiotropic stimulation of hepatic
proliferation or regenerative hyperplasia. Information that can be utilized to evaluate the key
events in humans can come from in vitro and in vivo studies on the substance itself, but also
can involve basic information regarding anatomy, physiology, endocrinology, genetic
disorders, epidemiology, and any other information that is known regarding the key events in
humans. Information concerning an evaluation of the key event in humans exposed directly to
the specific chemical is frequently unavailable.

As knowledge concerning the development of cancer evolves, it may become possible to
combine some MOAs on the basis of the basic biology of the processes involved, thus relying
less on chemical-specific information to reach a conclusion on the human relevance of a
given MOA.
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In evaluating the concordance of the information in humans to that in animals, a narrative
describing the weight of evidence and an evaluation of the level of confidence for the human
information need to be provided. Some specific types of information that are useful include
the following:

1. cancer incidences at the anatomical site and cell type of interest, including age, sex,
ethnic differences, and risk factors, including chemicals and other environmental agents;

2. knowledge of the nature and function of the target site, including development, structure
(gross and microscopic), and control mechanisms at the physiological, cellular, and
biochemical levels;

3. human and animal disease states that provide insight concerning target organ regulation
and responsiveness;

4. human and animal responses to the chemical under review or analogues following short-,
intermediate-, or long-term exposure, including target organs and effects.

Obviously, a substantial amount of information is required to conclude that the given MOA is
not relevant to humans. If such a conclusion is strongly supported by the data, then chemicals
producing animal tumours only by that MOA would not pose a cancer hazard to humans, and
no additional risk characterization for this end-point is required. Since there is no cancer
hazard, there is no cancer risk for the tumour under consideration.

The question of relevance considers all groups and life stages. It is possible that the condi-
tions under which an MOA operates occur primarily in a susceptible subpopulation or life
stage—for example, in those with a pre-existing viral infection, hormonal imbalance, or
disecase state. Special attention is paid to whether tumours could arise from early-life
exposure, considering various kinetic and dynamic aspects of development during these life
stages. Any information suggesting quantitative differences in susceptibility is identified for
use in risk characterization.

Can human relevance of the MOA be reasonably excluded on the basis of
quantitative differences in either kinetic or dynamic factors between
experimental animals and humans?

The wording of this question was changed from that in the ILSI/RSI HRF, following
discussion at the IPCS workshop on the implications of a yes or a no answer to the original
question. In answering the original question, only an unequivocal no would be sufficient to
permit the conclusion that the animal MOA was not relevant to humans. The question was
therefore reworded to enable a yes/no answer, but qualified by the descriptor “reasonably”,
based on recognition that decisions about the adequacy of weight of evidence are not absolute
but involve judgement based on transparent analysis of the available data.

For purposes of human relevance analysis, if the experimental animal MOA is judged to be
qualitatively relevant to humans, a more quantitative assessment is required that takes into
account any kinetic and dynamic information that is available from both the experimental
animals and humans. Such data will of necessity be both chemical and MOA specific and will
include the biologically effective doses required to produce the relevant dynamic responses
from which neoplasia can arise. Kinetic considerations include the nature and time course of
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chemical uptake, distribution, metabolism, and excretion, while dynamic considerations
include the consequences of the interaction of the chemical with cells, tissues, and organs. On
occasion, the biologically effective dose that would be required to create these conditions
would not be possible in humans. It may also be that quantitative differences in a biological
process involved in a key event—for example, the clearance of a hormone—are so great that
the animal MOA is not relevant to humans. However, the IPCS workshop recognized that
only infrequently is it likely that it will be possible to dismiss human relevance on the basis
of quantitative differences. As with the qualitative assessment, a tabular comparison of
quantitative data from the experimental animals and humans can facilitate the evaluation (for
example, see Meek et al., 2003, case-study 5, thyroid tumours associated with exposure to
phenobarbital, Table 6; Dellarco et al., current document, case-study on thiazopyr, Table 4).
Useful comparisons can also be made with key events identified from studies of other
compounds believed to induce effects by a similar MOA. For example, in the case of
thiazopyr, information on the effects of phenobarbital in humans was particularly informative
in evaluating the relevance of the MOA. As molecular and kinetic approaches continue to
evolve, understanding of the similarities and differences of responses in animals and humans
will be improved. It may become apparent that qualitative differences in a key event between
an animal model and humans will be identified as being due to a specific quantitative
difference, thus changing the answer to the second question (described above) to no.

As with question 2, if the conclusion to this question is yes, then chemicals producing animal
tumours only by that MOA would not pose a cancer hazard to humans, and no additional risk
characterization for this end-point is required.

Statement of confidence, analysis, and implications

Following the overall assessment of each of the three questions, a statement of confidence is
necessary that addresses the quality and quantity of data underlying the analysis, consistency
of the analysis within the framework, consistency of the database, and the nature and extent
of the concordance analysis. An evaluation of alternative MOAs, using comparable analyses
and rigour, is also essential. A critically important outcome of adequate consideration of the
weight of the evidence for an overall MOA and the qualitative and quantitative concordance
is the identification of specific data gaps that can be addressed experimentally in future
investigations to increase confidence.

Infrequently, there may be conclusive epidemiological data on the cancer risk from a chemi-
cal that shares the MOA of the compound under consideration—that is, the compound does
or does not cause cancer in humans. Obviously, such data would lend considerable weight to
the conclusion of the human relevance evaluation. However, there may be occasions when,
despite it being possible to establish an MOA in animals, there is insufficient information on
the key events in humans to reach a clear conclusion on human relevance. In such
circumstances, it might be possible to bridge this data gap by using epidemiological data. For
example, the database on key events in humans for compounds that act like phenobarbital via
activation of the constitutively active receptor (CAR) to induce hepatic tumours is
incomplete. However, there are robust epidemiological data showing that exposure to pheno-
barbital for prolonged periods at relatively high doses does not cause cancer in humans. One
possibility, therefore, is to “read across” from these findings with phenobarbital to any other
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compound that shares its MOA in animals in inducing rodent liver tumours and to conclude
that the tumours caused by such a compound are not relevant to the risk assessment of the
compound in humans (Holsapple et al., 2006). Such a conclusion would be critically depen-
dent on the reliability of the epidemiological data and the similarity between the MOA for the
chemical under test to that of the compound for which there are epidemiological data
available.

In applying the framework to case-studies, it is apparent that much current research does not
address key questions that would facilitate an analysis of an animal MOA or its relevance to
humans. Often this has been because of lack of transparent delineation of key data gaps based
on consideration of the data in analytical frameworks such as that presented here. Thus, use
of the HRF can be very informative to researchers from the outset in the design of their
studies.

The output of formal human relevance analysis provides information that is useful for more
than just determining whether or not an end-point in animals is relevant to humans. Rather,
consideration of the relevant information in a transparent, analytical framework provides
much additional information that is critically important in subsequent steps in the risk
characterization for relevant effects. Based on a human relevance analysis for a proposed
MOA for relevant effects, it may be possible to predict, for example, site concordance or not
of observed tumours in animals to humans. Application of the HRF also often provides
information on relevant modulating factors that are likely to affect risk, such as hepatitis B
and aflatoxin B; (see Cohen et al., current document, case-study on 4-aminobiphenyl).
Analysis often also provides an indication of those components of a proposed MOA that may
operate only over a certain dose range. If a high experimental dose of a given compound is
needed to result in an obligatory step in an MOA, then the relevance to human risk becomes a
matter of exposure. Thus, the exposure assessment step of the subsequent risk characteriza-
tion is critical to the proper evaluation of human cancer potential. In addition, information
identified during the framework analysis can prove invaluable in hazard quantification based
on the key events for the MOA.

Importantly, the human relevance analysis also contributes to identification of any special
subpopulations (e.g. those with genetic predisposition) who are at increased risk and often
provides information relevant to consideration of relative risk at various life stages. In some
cases, this may be based not on chemical-specific information but rather on inference, based
on knowledge of the MOA, as to whether or not specific age groups may be at increased or
decreased risk.

The data and their analysis using the framework should be reported in a transparent manner,
enabling others to determine the basis of the conclusions reached with respect to the key
events, the exclusion of other MOAs, and the analysis of human relevance. As the specific
form of presentation will vary with the type of data available, it is not helpful to be prescrip-
tive on how the information should be reported. However, presentation should include suffi-
cient details on the context and thought processes to ensure transparency of the conclusions
reached. The use of appropriate tables can be helpful in presenting certain data, such as
comparative analysis of key events in experimental animals and humans.
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Dissemination of the framework

To assist in the dissemination and application of the IPCS HRF, a database of generally
accepted MOAs and informative cases should be constructed and maintained. This would
comprise a series of MOAs and their associated key events, for reference by those developing
framework analyses for compounds that may act by similar MOAs. The case-studies would
comprise worked examples that have been analysed using the framework, to provide an
indication of the relevant level of detail of the analyses and nature of the weight of evidence
required to support acceptance of a proposed MOA in causing the carcinogenic response.
Such cases would be particularly valuable early in the development of a new MOA.

Application of the IPCS HRF to DNA-reactive carcinogens

Because of similarities in the carcinogenic process between rodents and humans and the
comparable initial interactions with DNA by DNA-reactive carcinogens, it would be expected
that, in general, DNA-reactive carcinogens would be assessed as progressing to the step of
“yes, the key events in the animal MOA could occur in humans” in the ILSI/RSI HRF, as was
the case for ethylene oxide (Meek et al., 2003), and “no” to the equivalent step in the IPCS
HRF that asks the question, “Can human relevance of the MOA be reasonably excluded on
the basis of fundamental, qualitative differences in key events between experimental animals
and humans?”, as was the case for 4-aminobiphenyl (Cohen et al., current document). In a
recent paper, Preston & Williams (2005) presented a set of key events for tumour
development that provided a guide for the use of the ILSI/RSI HRF with DNA-reactive
carcinogens. This guide supported the view that for most DNA-reactive chemicals, the animal
MOA would be predicted to be relevant to humans. However, it was also argued that there
could be exceptions and that the ILSI/RSI HRF would be a valuable tool for identifying
these. Use of the ILSI/RSI HRF and the IPCS HRF can also assist in quantifying differences
in key events between rodents and humans that may be of value in extrapolating risk to
humans. Not all rodent DNA-reactive carcinogens have been established to be human
carcinogens, as judged by the International Agency for Research on Cancer (IARC) review
process. For some of these exceptions, this human—rodent difference in tumour response is
attributable to lower exposure of humans to the agent or to the relative insensitivity of
epidemiological studies to detect tumour responses at low exposure levels. However, there
are other reasons for such differences that are based on biological considerations. For
example, if a DNA-reactive carcinogen induces tumours only in a species-specific organ, it is
possible that the animal MOA based on key events might not be relevant to humans, although
available data on MOA would need to be considered to permit such a conclusion. Similarly,
the generally more proficient DNA repair processes that occur in humans compared with
rodents (Cortopassi & Wang, 1996; Hanawalt, 2001) or a unique pathway of bioactivation in
rodents could result in there being yes answers to the steps in the IPCS HRF that address the
queries “Can human relevance of the MOA be reasonably excluded on the basis of
fundamental, qualitative differences in key events between experimental animals and
humans?” and/or “Can human relevance of the MOA be reasonably excluded on the basis of
quantitative differences in either kinetic or dynamic factors between experimental animals
and humans?” Alternatively, the [IPCS HRF could provide quantitative information on these
processes for use later in the risk characterization step.
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The need in applying the IPCS HRF for DNA-reactive carcinogens is to develop a set of key
events that would clearly describe the cancer process and use these as the guide for
establishing the human relevance of a rodent tumour MOA for any particular DNA-reactive
carcinogen under consideration.

The IPCS HRF and risk assessment

Among the strengths of the framework are its flexibility, general applicability to carcinogens
acting by any MOA, and the ability to explore the impact of each key event on the carcino-
genic response. This includes determination of the nature of the dose-response curve, the
identification and location of thresholds for individual key events, and their consequences for
the overall tumour response curve. In addition, by considering the kinetic and dynamic fac-
tors involved in each key event, it may be possible to reach conclusions regarding the rele-
vance or not of the carcinogenic response to specific subpopulations—for example, in early
life, in those with particular diseases, or in those with specific polymorphisms. Alternatively,
application of the framework can provide quantitative information on the differences between
such groups. Application of the framework can also more generally inform the risk charac-
terization of the chemical, even when it is concluded that the carcinogenic response per se is
not relevant to humans.

As stated at the outset, MOA analysis and its human relevance counterpart are aspects of the
hazard identification and characterization phases of risk assessment (National Research
Council, 1983; Meek et al., 2003). Consistent with this paradigm, the human relevance case-
studies referred to in the present report contribute to, but do not complete, a risk assessment
for the chemicals under study. This is because a complete risk characterization requires not
only evaluation of doses in the range of observations from experimental or occupational
hygiene studies but also extrapolation to human exposure levels of interest in daily and
lifetime activities.

Hazard characterization—and related MOA analysis—deals with the potential for harm in
general terms, while the complete risk assessment puts this potential hazard into context with
respect to exposure for decision-makers. Risk characterization seeks to describe the
relationship between these effects and the doses to which humans are exposed in order to
understand and estimate the nature and likelihood of effects in humans who are generally
exposed at lower dose levels.

Understanding dose—response can have a profound effect on hazard characterization and
therefore is an important component of the MOA analysis, particularly when non-linear
processes or dose transitions are inherent in the relevant biology. Similarly, quantifying
hazard in the context of dose informs the process of risk assessment by suggesting extrapo-
lation models that are consistent with our understanding of the biology.

Estimating these generally lower human exposure levels is the task of the exposure analysis
component of the risk assessment process. This usually involves extensive analysis of data
collected from environmental media and plant and animal tissues, as well as those derived
from pharmacokinetic models. This process also depends on analyses of human activity
patterns and life stage and lifestyle factors that may bring about exposure. Ideally, based on
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this information, a range of exposure scenarios is developed for different groups (men,
women, children, infants, special groups, based, for example, on ethnicity or occupation) for
use in identifying populations of concern. While hazard characterization, which is largely
included in the framework analysis, involves quantification (dose-response analysis), esti-
mating external exposures and contextualizing the hazard with respect to these estimates
comprise subsequent steps in the risk assessment process. For example, in the case of mela-
mine (Meek et al., 2003, case-study 7), it was concluded that the animal MOA was poten-
tially relevant to humans. However, recognition that bladder carcinoma formation occurred
only at very high doses carried forward to the subsequent stages of the risk assessment,
exposure assessment, and risk characterization. The full risk assessment established that
human exposures would not achieve levels necessary to produce bladder carcinomas, by a
substantial margin.

CONCLUSIONS

This IPCS HRF has been developed based on experience gained from the original 2001 IPCS
MOA Framework and consideration of the 2003 ILSI/RSI human cancer relevance
framework. Many aspects of these frameworks have been adopted, but a number of changes
have been made to improve clarity and to introduce some elements not previously considered
(e.g. sensitive subpopulations). The utility and role of the framework as an analytical tool
within hazard characterization and within the overall risk assessment/characterization
paradigm—that is, informing human relevance and dose-response extrapolation—have been
emphasized. A number of general points and conclusions follow from the development of this
framework:

1. Prior to embarking on a framework analysis, there needs to be careful evaluation of the
weight of evidence for a carcinogenic response in experimental animals.

2. Peer involvement and independent review are essential prerequisites for the general
acceptance and scientific defensibility of a new MOA.

3. The framework is applicable to all MOAs for carcinogens, including DNA reactivity.

4. Although human relevance is likely to be assumed for most DNA-reactive carcinogens,
the human relevance analysis is a valuable approach to enhance understanding, improve
characterization of the hazard and risk, and identify exceptions.

5. When dealing with a chemical that may operate through a novel MOA, the analysis is
focused on the chemical and entails a detailed evaluation via the HRF. However, when a
specific chemical produces a tumour response consistent with an already established and
peer-reviewed MOA through which other chemicals have been shown to operate, the
analysis is then focused on the established MOA and a determination of whether the
chemical produces its carcinogenic effect via the same key events established for the
pathway.

6. When evaluating the human relevance of a tumour response found in experimental
animals, the concordance analysis of key events is for the MOA and is not necessarily a
chemical-specific evaluation. Chemical-specific and generic information relevant to the
carcinogenic process can be valuable in the analysis. As knowledge advances, MOAs will
become less chemical specific and will be based even more on the key biological
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processes involved, allowing greater generalization of human relevance from one com-
pound to another.

7. The biological understanding and significance of the key events can inform the approach
to dose-response extrapolation for cancer risk, and thus understanding of the MOA can
have a profound effect on the hazard and risk characterization, particularly when non-
linear processes or dose transitions are inherent in the relevant biology.

8. It is recommended that a database of generally accepted MOAs and informative case-
studies be established and maintained. It should provide examples that add to the existing
case-studies developed by ILSI/RSI and IPCS and that are instructive in the application of
the framework analysis. This database is particularly important as experience continues to
evolve in the development of MOAs of carcinogens.

9. It is important to consider potentially susceptible subgroups and different life stages in the
analysis.

In conclusion, the IPCS HRF provides a rigorous and transparent approach for judging
whether data support a postulated mode of carcinogenic action for a chemical and for
evaluating its relevance for humans. The scientific community is encouraged to use this
approach as a means to increase the use of mechanistic information in cancer risk assessment
and is encouraged to provide feedback, which may lead to additional refinements in the
future. The framework is of value to both the risk assessment and research communities in
furthering our understanding of carcinogenic processes, in identifying critical data gaps, and
in informing the design of studies related to MOAs. When a carcinogenic response is
considered potentially relevant to humans, information obtained on the key events during the
analysis can prove invaluable in subsequent hazard quantification of the compound. It should
be possible to extend the framework to non-cancer end-points, and further work on this is
recommended. Thus, application of the IPCS HRF would be an invaluable tool for
harmonization across end-points.
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THIAZOPYR AND THYROID DISRUPTION: CASE-STUDY WITHIN THE
CONTEXT OF THE IPCS FRAMEWORK FOR ANALYSING THE
RELEVANCE OF A CANCER MODE OF ACTION FOR HUMANS"

Vicki L. Dellarco, Douglas McGregor, Sir Colin Berry, Samuel M. Cohen, & Alan R. Boobis

Thiazopyr increases the incidence of male rat thyroid follicular cell tumours; however, it is not
carcinogenic in mice. Thiazopyr is not genotoxic. Thiazopyr exerts its carcinogenic effect on
the rat thyroid gland secondary to enhanced metabolism of thyroxine leading to hormone
imbalance. The relevance of these rat tumours to human health was assessed by using the
2006 International Programme on Chemical Safety Human Relevance Framework. The
postulated rodent tumour mode of action (MOA) was tested against the Bradford Hill criteria
and was found to satisfy the conditions of dose and temporal concordance, biological
plausibility, coherence, strength, consistency, and specificity that fits with a well established
MOA for thyroid follicular cell tumours. Although the postulated MOA could theoretically
operate in humans, marked quantitative differences in the inherent susceptibility for neoplasia
to thyroid hormone imbalance in rats allows for the conclusion that thiazopyr does not pose a
carcinogenic hazard to humans.

A number of chemical substances have been shown to induce thyroid follicular cell tumours
in rats through a mode of action (MOA) that involves perturbation of thyroid hormone
homeostasis via reduction of circulating thyroid hormones (Hurley et al., 1998; Capen et al.,
1999; IARC, 2001). Homeostatic responses to low thyroid hormone concentrations result in a
compensatory increase in the release of thyroid stimulating hormone (TSH) from the pituitary
gland, which in turn stimulates the thyroid gland to increase thyroid hormone synthesis and
release. Persistent elevation of TSH levels leads to thyroid follicular cell hypertrophy and
hyperplasia, which, if maintained (as a result of continuous exposure to the compound), can
eventually lead to neoplasia. This neoplastic MOA in rats is well accepted by the scientific
community, and both the International Agency for Research on Cancer (Capen et al., 1999;
IARC, 2001) and the United States Environmental Protection Agency (USEPA, 1998) have
established specific guidance or policies for evaluating the human relevance of rodent thyroid
follicular cell tumours.

Thiazopyr, a herbicide that induces rat thyroid follicular cell tumours by its effect on thyroid
homeostasis, was the case-study used to illustrate the original 2001 International Programme
on Chemical Safety (IPCS) framework for mode of carcinogenic action analysis (Sonich-
Mullin et al., 2001). Thiazopyr’s MOA is revisited as a case-study here to illustrate the
additional guidance provided in the 2006 IPCS Human Relevance Framework (HRF) for
evaluation of a neoplastic MOA for humans. This updated case-study highlights how accu-
mulating experience with a particular MOA can make subsequent analyses less difficult.
Because this case-study is based on an established MOA in which the key events have been
well defined, this analysis will focus on whether thiazopyr produces the biological effects

' This article, to which WHO owns copyright, was originally published in 2006 in Critical Reviews in
Toxicology, Volume 36, pages 793—-801. It has been edited for this WHO publication and includes corrigenda.
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expected of this pathway. This case-study also emphasizes the importance of understanding
the basic physiological processes underlying a toxicity pathway in animals and humans. For
some compounds, chemical-specific data might be critical in evaluating the key events in
humans. For others, the underlying biology is sufficient to allow interpretation of the human
relevance of the carcinogenic MOA, both qualitatively and quantitatively. Thiazopyr is an
example of the latter. Another MOA case-study of thyroid hormone disruption and the human
relevance of rat thyroid follicular cell tumours is available for phenobarbital (Lehman-
McKeeman & Hill, in Meek et al., 2003).

The present MOA analysis begins with a brief summary of the available information on the
carcinogenicity of thiazopyr, followed by a discussion of the experimental biochemical and
histopathological data considered for this thyroid disruption MOA. It is not intended to be a
comprehensive assessment of the chemical per se.

CARCINOGENICITY DATA

Human epidemiological data on the carcinogenicity of thiazopyr are not available. Thiazopyr
produces effects on liver and thyroid in various laboratory species, including mice, rats, and
dogs. Thiazopyr was found to induce thyroid tumours in male rats only and appears to do so
by increasing the hepatic metabolism and excretion of thyroid hormones.

Chronic dietary administration of thiazopyr to mice and rats resulted primarily in thyroid
follicular cell tumours in male rats but not in female rats (Naylor & McDonald, 1992; Naylor
& Raju, 1992). There were no significant increases in the incidences of any tumours in either
sex 1n the chronic study of mice treated with thiazopyr at up to 800 mg/kg in the diet (128.4
mg/kg body weight [bw] per day in males and 215.9 mg/kg bw per day in females) (Naylor &
Raju, 1992). In the rat carcinogenicity study, thiazopyr (technical, 94.8% pure) was
administered to male and female Sprague-Dawley (SD) rats (60 per sex per group) at dietary
concentrations of 0, 1, 10, 100, 1000, or 3000 mg/kg, providing dose levels of 0, 0.04, 0.4,
4.4,44.2, or 136.4 mg/kg bw per day for males and 0, 0.06, 0.6, 5.6, 56.3, or 177.1 mg/kg bw
per day for females (Naylor & McDonald, 1992). The incidences of thyroid follicular cell
adenomas and carcinomas were increased in male rats of the 1000 mg/kg (44.2 mg/kg bw per
day) and 3000 mg/kg (136.4 mg/kg bw per day) groups (Table 1). It should be noted that the
increase in tumour incidence in male rats is primarily accounted for by benign tumours.

POSTULATED MOA FOR THE INDUCTION OF THYROID FOLLICULAR CELL
TUMOURS IN RATS

The postulated MOA for thiazopyr-induced thyroid follicular cell tumours involves the
perturbation of homeostasis of the pituitary—thyroid axis by an extrathyroidal mechanism.
Specifically, thiazopyr induces hepatic thyroxine (T4)-uridine diphosphate (UDP) glucurono-
syltransferase (UGT) activity, leading to enhanced metabolism of T4 by conjugation and
increased biliary excretion of the conjugated hormone. The result of this enhanced liver
metabolism is a decrease in serum T4 (and sometimes triiodothyronine, or T3) half-life. The
pituitary gland responds to a decrease in circulating serum levels of T4 by enhancing the
output and serum level of TSH. Prolonged elevation of circulating TSH levels stimulates the
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thyroid gland to deplete its stores of thyroid hormone and continues to induce hormone
production. Thus, the thyroid follicular cells enlarge (hypertrophy) and are induced to
proliferate at an increased rate and to increase in number (hyperplasia). With chronic expo-
sure, thyroid hyperplasia eventually progresses to neoplasia.

Table 1. Thyroid follicular cell tumour incidence in Sprague-Dawley male rats
(2-year chronic study).

Dose (mg/kg bw per day)®
0 0.04 0.4 4.4 44.2 136.4°
Adenomas 1/50 2/47 0/49 2/147 8/49 12/48
Carcinomas 1/50 1/47 0/49 0/47 1/49 4/48
Combined 2/50 3/47 0/49 2147 9/49 14/48
% (2) (6) (0) (4) (18) (29)
P 0.000° 0.470 0.253 0.668 0.024* 0.001**

Note: Tumour incidences were extracted from data submitted to the USEPA Office of Pesticide Programs (Naylor

& McDonald, 1992). Significance: * P < 0.05; ** P < 0.01 (statistical analyses based on Fisher’s exact test).

@ Doses in mg/kg bw per day were estimated.

® Two animals in the 136.4 mg/kg bw per day or 3000 mg/kg diet dose group had both benign and malignant
tumours.

¢ For trend with dose.

KEY EVENTS IN EXPERIMENTAL ANIMALS
The sequence of key events in thiazopyr’s mode of carcinogenic action includes:

induction of hepatic UGT activity;

increase in hepatic metabolism and biliary excretion of T4;
decrease in serum T4 half-life and concentration;

increase in circulating TSH concentration;

cellular thyroid hypertrophy and follicular cell hyperplasia.

An evaluation follows to determine whether thiazopyr works via disruption of thyroid—
pituitary status by increasing hepatic clearance of circulating thyroid hormone. Thus, based
on the key events listed above, biological indicators of thiazopyr’s MOA should include
changes in liver metabolism, alterations in hormone levels, increases in thyroid growth, and
lesion progression in the thyroid. These effects have been observed and measured in male rats
in short-term and subchronic studies, and at interim and terminal sacrifices in a chronic study
(Hotz et al., 1997). The dose-response and temporal analyses of the key events and tumour
response are presented below.

DOSE-RESPONSE RELATIONSHIP AND CONCORDANCE

A summary of the no-observed-adverse-effect levels (NOAELs) and lowest-observed-
adverse-effect levels (LOAELSs) for the key effects in thiazopyr’s MOA are provided in Table
2. In the 56-day study by Hotz et al. (1997), male SD rats (20 per dose) were fed diets
containing thiazopyr at 0, 10, 30, 100, 300, 1000, or 3000 mg/kg (doses not measured, but
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estimated to be 0, 0.5, 1.5, 5, 15, 50, and 150 mg/kg bw per day) for 56 days and evaluated
for the effects on liver (weights, T4-hepatic UGT activity, T4 biliary elimination), thyroid
(weights, hypertrophy/hyperplasia), and hormones (serum levels of T4, T3, reverse T3, or
T3, and TSH). In this study, the effects on liver, thiazopyr’s primary site of action, appear to
be the most sensitive indicator of pituitary—thyroid homeostasis perturbation. Statistically
significant increases in hepatic T4-UGT activity in the 50 and 150 mg/kg bw per day groups
(approximately 3- and 6-fold increases in activity over controls when adjusted for liver
weight, respectively) were found at the end of the 56-day treatment period. Consistent with
the increase in T4-UGT activity, clearance of T4 from the blood and elimination in bile (40%
increase in excretion of '*I-labelled T4) were increased after 150 mg/kg bw per day of
thiazopyr (only dose evaluated). Statistically significant increases in liver weight were found
at 15, 50, and 150 mg/kg bw per day of thiazopyr in the 56-day study in male rats by Hotz et
al. (1997). In the 2-year rat study (Naylor & McDonald, 1992), absolute liver weights were
increased by 122% at 44.2 mg/kg bw per day and by 178% at 136.4 mg/kg bw per day
relative to controls. There were also statistically significant increases in the incidence of liver
hypertrophy at 44.2 and 136.4 mg/kg bw per day (47/61 and 52/60 versus 0/60 in controls,
respectively) in the 2-year rat study.

Table 2. Summary of effects on liver, hormones, and thyroid from a 56-day study (Hotz
et al., 1997) and the 2-year chronic study (Naylor & McDonald, 1992) in male rats.

Effect NOAEL/LOAEL

Liver

Induction of UGT 15/50 mg/kg bw per day (56-day study)

Increase in T4 biliary elimination <150/150 mg/kg bw per day (only dose tested in 56-day
study)

Increase in liver weight 5/15 mg/kg bw per day (56-day study)
44.2/136.4 mg/kg bw per day (2-year study)

Hepatocellular hypertrophy 4.4/44.2 mg/kg bw per day (2-year study)

Hormones

Decrease in serum T4 50/150 mg/kg bw per day (56-day study)

Increase in serum TSH 50/150 mg/kg bw per day (56-day study

Thyroid

Increase in thyroid weight 15/50 mg/kg bw per day (56-day study)
44.2/136.4 mg/kg bw per day (2-year study)

Increase in thyroid hyperplasia 44.2/136.4 mg/kg bw per day (2-year study)

Increase in thyroid tumours 4.4/44.2 mg/kg bw per day (2-year study)

Consistent with the enhanced hepatic clearance of T4 described above, when Hotz et al.
(1997) treated male SD rats with doses of thiazopyr, statistically significant (P < 0.05)
decreases in serum T4 levels (by 30%) and increases in TSH (by 60%) were found after 56
days of treatment at the highest dose tested (Table 3). T3 serum levels were non-significantly
lower at 1.5 mg/kg bw per day and statistically significantly higher at 150 mg/kg bw per day
after 56 days of treatment. In general, hepatic microsomal enzyme inducers appear to affect
T3 less than T4; thus, T4 and TSH tend to be more reliable indicators of altered pituitary—

33
1149



Harmonization Project Document No. 4

thyroid homeostasis (Liu et al., 1995; Hurley et al., 1998; Hood et al., 1999). In the case of
thiazopyr, there appears to be a poor correlation between the doses causing the T4 and TSH
effects and those causing an increased incidence of thyroid follicular cell tumours. The lowest
dose of thiazopyr producing a statistically significant (P < 0.05) increase in thyroid follicular
cell tumours in male SD rats was 44.2 mg/kg bw per day in the 2-year study, whereas the
NOAEL for effects on T4 and TSH was 50 mg/kg bw per day in the 56-day study (Table 2).
Generally, effects on liver enzymes/weight and pituitary—thyroid hormone concentrations
would be anticipated to occur at doses at least as low as those that produce thyroid weight
changes and increases in thyroid tumour incidence, given that this thyroid disruption MOA is
a threshold phenomenon. This apparent discrepancy is probably not real, because neither of
the doses quoted is accurate. In the 2-year study, the milligrams per kilogram body weight
doses were averaged estimates for the entire study, whereas the relevant doses for comparison
with the 56-day mechanistic study are those for rats of 12-20 weeks of age. These doses
would have been at least 2-fold higher than those that were readily available (so the real
LOAEL for neoplasia would have been about 90 mg/kg bw per day). They would also have
been more relevant for neoplasia, because the critical period for hormonal perturbations (e.g.
prolonged elevation of TSH) to initiate pathological changes would be early, not late, in the
2-year study. The doses calculated for the 56-day study are also likely to be inaccurate,
because food intake information was not available in the publication; the doses are estimates
based on assumed intakes. Having acknowledged this uncertainty, it is observed that thyroid
weights were increased significantly at 50 mg/kg bw per day and liver weights were
increased at 15 mg/kg bw per day, which is consistent with the liver being the initial target in
thiazopyr’s MOA.

Table 3. Fifty-six-day study in male rats: Hormonal effects (Hotz et al., 1997).

Dose (mg/kg bw per day)®
0 0.5 1.5 5 15 50 150
T4 (ug/dl) 41+0.2 43+03 39+0.2 41+0.2 40+02 40%+02 29%0.1°
T3 (ng/dl) 84 +3 82+4 68 +2 84 +3 82+3 914 110 + 6°

TSH (ng/ml) 27+02 35+04 27+01 31+04 29+03 31+02 43+04°

Note: The mg/kg bw per day doses were estimated. Values are mean + standard error of the mean; 19 or 20
animals per group.
@ Significantly different from control with Dunnett’s test after analysis of variance (ANOVA) (P < 0.05).

As stated above, prolonged TSH stimulation leads to both hypertrophy and hyperplasia of the
thyroid. In the 2-year rat study, there was a poor dose correlation between thyroid hyperplasia
alone and tumour incidence. While tumour incidence was increased at 44.2 mg/kg bw per
day, a statistically significant increase in the incidence of hyperplasia (8/58 versus 1/60 in
controls) was found only at 136.4 mg/kg bw per day. Furthermore, in the 56-day rat study,
where thyroid histology was reported as follicular cell hypertrophy and hyperplasia com-
bined, there was a significant increase in the incidence of this diagnosis at 150 mg/kg bw per
day but not at lower doses (Hotz et al., 1997). There was, however, a good dose correlation
between increases in thyroid weights in the 56-day study and tumour incidence in the 2-year
study. Statistically significant increases in thyroid weights of 46% were found at 150 mg/kg
bw per day and 25% at 50 mg/kg bw per day (Hotz et al., 1997).
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TEMPORAL RELATIONSHIP

If an event (or events) is an essential element of tumorigenesis, it must precede tumour
appearance. Multiple exposure time data at 7, 14, 28, 56, and 90 days are available in which
male SD rats were offered diets containing thiazopyr at 3000 mg/kg (150 mg/kg bw per day)
(Hotz et al., 1997). Liver weights and hepatic T4-UGT activity were increased at all observa-
tion times from the earliest time of assessment on day 7. Biliary excretion of conjugated T4
was not measured in this experiment; however, serum T4 was reduced at all observation
times. Increases in circulating TSH were observed at all sampling times, although the
increase was not significant at 14 days after treatment began. Increases in thyroid weight
were also observed at all sampling times. Histologically, there was a time-related increase in
hypertrophy/hyperplasia beginning at 14 days. In the 2-year rat study, the first thyroid
adenoma was observed at week 69 at a dose of 136.4 mg/kg bw per day. Thus, there is a
logical temporal response for the key events in thiazopyr-induced thyroid follicular cell
tumour formation in which all key events precede tumour formation.

STRENGTH, CONSISTENCY, AND SPECIFICITY OF ASSOCIATION OF THE
TUMOUR RESPONSE WITH KEY EVENTS

Strength, consistency, and specificity of the association can be established from the studies
described above. The quantifiable precursor events, fundamental to the proposed MOA, are
relatively consistent with the emergence of thyroid follicular cell tumours. Observation of
liver weight increase and induction of hepatic T4-UGT in rats receiving the thiazopyr in the
diet would be consistent with perturbation of homeostasis of the pituitary—thyroid axis by an
extrathyroidal mechanism. An increase in hepatic T4-UGT activity is a step occurring before
the other key biochemical changes and before thyroid follicular cell hypertrophy and
hyperplasia. Thiazopyr treatment clearly results in a decrease in circulating T4 and an
increase in TSH following enhanced liver metabolism of T4. Furthermore, in subchronic
studies, the increases in thyroid weight and the development of hypertrophy/hyperplasia were
shown to appear to a statistically significant degree under the same conditions of dose and
time as the appearance and reversal of changes in thyroid hormone levels and thyroid
hormone metabolism. Stop/recovery studies (Hotz et al., 1997) showed that cessation of
thiazopyr dosing was followed by a return of hormone levels to control values, as well as a
reduction in liver and thyroid weights and reversal of hyperplasia of thyroid follicular cells.
Early dosing withdrawal would be expected to result in a reversal of hypothyroidism and of
lesion progression for this non-genotoxic MOA. The only sign that was slow to reverse was
the increase in thyroid weight after the longest dosing period.

BIOLOGICAL PLAUSIBILITY AND COHERENCE

There are considerable data from studies in laboratory rodents demonstrating the relationship
between sustained perturbation of the hypothalamic—pituitary—thyroid axis, prolonged stimu-
lation of the thyroid gland by TSH, and the progression of thyroid follicular cells to hyper-
trophy, hyperplasia, and eventually neoplasia (McClain, 1995; Hard, 1998; Hurley et al.,
1998; Capen et al., 1999; IARC, 2001). Increased secretion of TSH may result via several
mechanisms, including increased hepatic clearance of T4, as is the case with thiazopyr.
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Circulating levels of T4 are monitored by the thyrotropic cells of the pituitary gland that are
responsible for the synthesis of TSH. In the pituitary gland, T4 is metabolized by 5'-deio-
dinase type II to T3, which then binds to specific receptors in the cell nucleus. A decrease in
T3 receptor occupancy results in stimulation of TSH synthesis and secretion. Studies in vivo
have shown that injection of rats with TSH leads to reductions in thyroid follicular cell
nuclear statin, a non-proliferation-specific nuclear antigen, indicating that these cells were
leaving the non-dividing state to resume the cell cycle (Bayer et al., 1992). This study showed
that low, repeated doses of TSH (0.25 IU per rat twice daily) produced a cumulative response
in nuclear statin levels over 10 days, which returned to normal resting levels within 5 days of
cessation of TSH injections. Reduction in nuclear statin is also an early event that parallels
the earliest known pinocytotic response to TSH. These data are consistent with increased
TSH concentrations alone causing thyroid follicular cells of rats to enter a state of pre-
proliferation. Therefore, the suggestion that thiazopyr causes thyroid follicular cell neoplasms
in rats by initially inducing hepatic T4-UGT is coherent with the known physiology of the
hypothalamus—pituitary—thyroid dynamic control system, at least to the stage of hypertrophy
and hyperplasia.

Lastly, the tumour response elicited by thiazopyr is typical of a rodent thyroid carcinogen, in
that thyroid follicular cell tumours are found in male rats but not in female rats or mice. Rats
tend to be more sensitive to thyroid carcinogenesis than mice, and male rats are frequently
found to be more sensitive than female rats with respect to the proportion of chemicals that
induce thyroid tumours (Hurley et al., 1998). In keeping with this, TSH levels are typically
higher in male rats than in females (Hill et al., 1989). In addition, male rats are sometimes
more prone to hepatic enzyme induction than females of the same strain, but this depends on
the enzyme in question, the dose of the inducing compound, and the age of the animals
(Sundseth & Waxman, 1992; Agrawal & Shapiro, 1996; Oropeza-Hernandez et al., 2003).

OTHER MODES OF ACTION

Mutagenesis is always one possible MOA to consider, but no genetic toxicity has been
demonstrated for thiazopyr in the following tests:

mutation in four strains of Sa/monella typhimurium (Bakke, 1989a);
mutation at the 4gpt locus of Chinese hamster ovary cells (Li & Myers, 1989);
micronucleus induction in bone marrow cells of mice treated in vivo (Flowers, 1990);

unscheduled DNA synthesis induction in hepatocytes of rats treated in vivo (Bakke,
1989b).

Therefore, the available evidence indicates that mutagenesis is not an alternative MOA for
thiazopyr.

Additional effects on the hypothalamic—pituitary—thyroid axis and disruption of other path-
ways of thyroid hormone metabolism are other possibilities for altering thyroid homeostasis.
These variations would not differ in any fundamental way from the one that has been pro-
posed for thiazopyr, in that all would lead to prolonged TSH stimulation with continuous
exposure.
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UNCERTAINTIES, INCONSISTENCIES, AND DATA GAPS

There appears to be a lack of dose concordance for thyroid tumours and hormone changes,
but this is likely to be due to inaccuracies in the milligrams per kilogram body weight doses
compared—which either were estimated (versus calculated on the basis of food consumption
and body weight data) and cover an early period in the life of rats or were averages for the
whole duration of the experiment—as well as experimental variability.

ASSESSMENT OF POSTULATED MODE OF ACTION

The data presented are judged, with a moderately high degree of confidence, to be adequate
to explain the development of thyroid follicular cell tumours in male rats following chronic
dietary exposure to thiazopyr. Thiazopyr clearly increased liver weights (i.e. the initial target
organ) at doses lower than those causing tumours and enhanced thyroid growth (i.e. increased
thyroid weights) at the lowest tumorigenic dose.

Human applicability of the proposed MOA

The IPCS HRF, which was developed from the Risk Science Institute/International Life
Sciences Institute “Human Relevance Framework™ (Meek et al., 2003) and modified based on
discussions by the IPCS Cancer Working Group (Boobis et al., current document), presents a
four-part approach to addressing a series of three questions and leading to a documented,
logical conclusion regarding the human relevance of the MOA underlying animal tumours.

1. Is the weight of evidence sufficient to establish a mode of action (MOA) in animals? As
described in detail above, there is clear evidence that thiazopyr alters thyroid homeostasis by
UGT induction, by reducing serum T4 levels and consequently elevating serum TSH.

2. Can human relevance of the MOA be reasonably excluded on the basis of fundamental,
qualitative differences in key events between experimental animals and humans? The current
understanding of the regulation of thyroid hormone homeostasis in humans and of the role of
increased TSH levels (as a result of altered thyroid homeostasis) as a risk factor for thyroid
cancer was considered in order to assess the human relevance of the key events in thiazopyr’s
animal mode of carcinogenic action. Although there are substantial quantitative dynamic
differences (discussed below), the fundamental mechanisms involved in the function and
regulation of the hypothalamic—pituitary—thyroid axis in rats are qualitatively similar to those
in humans (Bianco et al., 2002). Therefore, an agent that decreases T4 levels in rats could
likewise reduce T4 in humans; this, in turn, could potentially lead to an increase in TSH
levels. There are data showing that rodents and humans respond in a similar fashion to
perturbations of pituitary—thyroid function. For example, it is well known that iodine
deficiency, which readily leads to decreased thyroid hormone levels, stimulates thyroid cell
proliferation in humans, leading to goitre. If left untreated, iodine deficiency may lead to
tumour formation, albeit rarely (Thomas & Williams, 1999). Although there is no evidence of
increased susceptibility to thyroid cancer, a number of pharmaceuticals (e.g. propylthiouracil,
lithium, amiodarone, iopanoic acid) that disrupt thyroid homeostasis by acting directly on the
thyroid gland (e.g. by inhibiting hormone synthesis or release or by blocking the conversion
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of T4 to T3) are known to lead to hypothyroidism and increases in TSH in humans (Ron et
al., 1987).

In contrast to rats, no increases in TSH levels have been found in humans following exposure
to agents that induce hepatic microsomal enzymes and reduce circulating T4 levels (discussed
in Lehman-McKeeman & Hill, in Meek et al., 2003). For example, the pharmaceutical com-
pounds phenytoin, rifampin, and carbamazepine induce hepatic microsomal enzymes, includ-
ing UGT, and reduce circulating T4 levels, but TSH levels are unchanged (Curran &
DeGroot, 1991); agents that produce thyroid tumours in rats by increasing glucuronidation
and biliary excretion of T4 at high experimental doses (e.g. omeprazole, lansoprazole, and
pantoprazole) produce no changes in thyroid hormones at clinical doses in humans (Masu-
buchi et al., 1997). Thus, there appears to be a substantial difference in the dose-response
relationship for altered homeostasis of the pituitary—thyroid axis in rats compared with
humans. As discussed below, this observation is due to quantitative dynamic differences
between rats and humans in the basic physiological processes underlying pituitary—thyroid
function.

3. Can human relevance of the MOA be reasonably excluded on the basis of quantitative
differences in either kinetic or dynamic factors between experimental animals and humans?
Thiazopyr does not target the thyroid directly. Rather, its primary effect is on hepatic
metabolizing enzymes, and the increase in metabolic activity indirectly increases the systemic
clearance of T4, leading to the hypothyroid state and the compensatory increase in TSH
found in rats. Although there are no chemical-specific data on the potential for thiazopyr to
disrupt thyroid hormone homeostasis in humans, a number of other microsomal enzyme
inducers have been extensively studied, such as phenobarbital (Lehman-McKeeman & Hill,
in Meek et al., 2003). As discussed above, agents that produce hypothyroidism by altering
hepatic clearance of T4 do not appear to result in elevated TSH levels in humans.
Presumably, TSH is not increased because a critical reduction of T4 is not reached.

There are several important physiological and biochemical differences between rats and
humans related to thyroid function. Rats have a smaller reserve capacity of thyroid hormones
when compared with humans. The rat has a much shorter thyroid hormone half-life than
humans. The half-life of T4 1s about 12 h in rats compared with 5-9 days in humans (Dohler
et al., 1979). The shorter half-life in rats is likely related to the absence of a high affinity
binding globulin for T4 that is present in humans (Hill et al., 1989). In rats, the increased
clearance contributes to the need for a higher rate of production of T4 (per unit of body
weight) to maintain normal levels of T4. In contrast, in humans, the binding of thyroid
hormone to this globulin accounts for a slower metabolic degradation and clearance, which in
turn result in the thyroid gland being less active than in rats. The constitutive TSH levels are
approximately 25 times higher in rats than in humans, reflecting the higher activity of the
pituitary—thyroid axis in rats (Dohler et al., 1979; McClain, 1992). Therefore, humans are
quantitatively less sensitive than rats to agents that reduce T4 and lead to elevated TSH.
There is no increased risk of thyroid tumour development if TSH is not elevated.

Another difference of rats compared with humans is the histological appearance of the
thyroid. This histological difference is related to the higher rate of production of T4 to
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maintain a consistent serum concentration, thus making the rat thyroid more “functionally
active” than that of primates, including humans (McClain, 1995). More of the follicular
epithelium in the rat is stimulated to synthesize thyroglobulin, and therefore more of the
follicular cells are tall cuboidal and appear to be active in synthesis. In contrast, more of the
follicular cells in humans tend to be short cuboidal or almost squamous in appearance, sug-
gesting they are quiescent. Because rat follicular cells are already generally active, under
stimulation from TSH, they will respond with hyperplasia more readily than human follicular
cells. Because of the greater storage capability of the human thyroid and the greater numbers
of cells in a quiescent state, human thyroid follicular cells will be roused from their quiescent
state to synthesize and secrete additional thyroid hormone without the need for a hyperplastic
response to re-establish homeostasis. Therefore, the primary response in the human thyroid
gland would be thyroglobulin reabsorption and cellular hypertrophy rather than hyperplasia.
In short, there is much greater buffering capacity in the biochemistry of the human than the
rat thyroid.

Even though certain agents can cause a reduction in thyroid hormone levels in humans, there
is no clear evidence that these agents increase susceptibility to thyroid cancer (Ron et al.,
1987). For example, epidemiological studies with phenobarbital do not show any increased
risk of thyroid cancer (Olsen et al., 1993). Studies of individuals with conditions that would
lead to elevated TSH (patients with Graves disease or goitre) indicate that the occurrence of
thyroid cancer is rare in these circumstances (e.g. Mazzaferri, 2000; Gabriele et al., 2003). A
study of environmental and heritable causes of cancer among 9.6 million individuals, using
the nationwide Swedish Family-Cancer Database, found that the environment did not appear
to play a principal causative role in thyroid cancer (Lichtenstein & Hemminki, 2002). The
only known human thyroid carcinogen is radiation, a mutagenic exposure.

As summarized in Table 4, there is sufficient evidence in the general literature on the
biochemical and physiological differences in thyroid function to indicate differences in
tumour susceptibility between rats and humans. In contrast to humans, rats are very suscep-
tible to thyroid neoplasia secondary to hypothyroidism. In particular, modest changes in
thyroid hormone homeostasis will promote tumour formation in rats. Thus, thyroid tumours
induced by thiazopyr involving increased hepatic clearance of hormone and altered homeo-
stasis of the pituitary—thyroid axis in rodents are considered not relevant to humans, based on
quantitative dynamic differences.

4. Conclusion: statement of confidence, analysis, and implications. There is sufficient experi-
mental evidence to establish a thyroid disruption MOA for thiazopyr-induced thyroid
follicular cell tumours in rats. Although thiazopyr may potentially result in hypothyroidism in
humans, there is sufficient quantitative evidence on the basic physiological processes in the
general literature to conclude that thyroid tumours induced by a process involving increased
hepatic clearance of thyroid hormone and altered homeostasis of the pituitary—thyroid axis in
rodents is not likely to lead to an increase in susceptibility to tumour development in humans.
Although there are no human data on thiazopyr, clinical data on other hepatic microsomal
enzyme inducers were critical to this human relevance analysis. The general literature
provided sufficient evidence to show that unlike in the rat, decreased T4 levels typically show
no evidence of compensatory increases in TSH levels in humans. There is also cellular and
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biochemical evidence that the rat pituitary—thyroid axis is much more sensitive than that in
humans to such perturbations. This sensitivity is likely the result of the rapid turnover of T4
in rats coupled with the higher demand for TSH to maintain thyroid activity.

Table 4. A comparison of key events in rats and humans.

Key event Evidence in rats Evidence in humans

Increased hepatic In short-term and chronic rat No data available for thiazopyr, but

clearance of T4 studies, the liver is found to be microsomal enzyme induction is
the most sensitive target, and plausible.

evidence of increased T4 hepatic
clearance is provided by studies
on T4-hepatic UGT activity, T4
half-life, T4 biliary elimination,
liver weights, and hypertrophy.

Decreased serum Direct experimental evidence. No data available for thiazopyr, but

T4 plausible given that other microsomal
enzyme inducers have been shown to
reduce T4 in humans.

Increased TSH Direct experimental evidence. No data available for thiazopyr, but other

levels microsomal enzyme inducers have not
been shown to increase TSH levels even
when T4 is decreased.

Increased TSH Direct experimental evidence. Induction of thyroid follicular cell tumours
increases thyroid secondary to hypothyroidism is remote in
cell proliferation humans, given the quantitative differ-
and tumour ences in thyroid function/homeostasis.
formation Occurrence of thyroid cancer is rare

even in severely hypothyroid individuals.

IMPLICATIONS OF THE IPCS HRF

The thiazopyr example is an illustration of an induced tumour response consistent with an
MOA that has been previously defined and established. Thus, addressing the first question in
the framework analysis, “Is the weight of evidence sufficient to establish a mode of action
(MOA) in animals?”, became a determination of whether the data set on the chemical
conforms to the same key events defined for the pathway of interest. This example further
demonstrates how data on the basic understanding of the biological processes involved in the
MOA provide an important means to compare the rodent and human key events. Thus, this
generic human information was essential to evaluating the qualitative and quantitative differ-
ences between experimental animals and humans in addressing the plausibility of the cancer
MOA for humans (i.e. questions 2 and 3 in the HRF).
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4-AMINOBIPHENYL AND DNA REACTIVITY: CASE-STUDY WITHIN
THE CONTEXT OF THE IPCS FRAMEWORK FOR ANALYSING THE
RELEVANCE OF A CANCER MODE OF ACTION FOR HUMANS"

Samuel M. Cohen, Alan R. Boobis, M.E. (Bette) Meek, R. Julian Preston, &
Douglas B. McGregor

The International Programme on Chemical Safety (IPCS) Human Relevance Framework
(HRF) was evaluated for a DNA-reactive (genotoxic) carcinogen, 4-aminobiphenyl, based on
a wealth of data in animals and humans. The mode of action (MOA) involves metabolic
activation by N-hydroxylation, followed by N-esterification leading to the formation of a
reactive electrophile, which binds covalently to DNA, principally to deoxyguanosine, leading
to an increased rate of DNA mutations and ultimately to the development of cancer. In
humans and dogs, the urinary bladder urothelium is the target organ, whereas in mice, it is the
bladder and liver; in other species, other tissues can be involved. Differences in organ
specificity are thought to be due to differences in metabolic activation versus inactivation.
Based on qualitative and quantitative considerations, the MOA is possible in humans. Other
biological processes, such as toxicity and regenerative proliferation, can significantly
influence the dose—response of 4-aminobiphenyl-induced tumours. Based on the IPCS HRF,
4-aminobiphenyl would be predicted to be a carcinogen in humans, and this is corroborated by
extensive epidemiological evidence. The IPCS HRF is useful in evaluating DNA-reactive
carcinogens.

4-Aminobiphenyl is carcinogenic when administered to several species by a variety of routes
(IARC, 1972, 1986, 1987). It was selected as a chemical for a case-study for the International
Programme on Chemical Safety (IPCS) Human Relevance Framework (HRF) as a
representative DNA-reactive carcinogen because of its established mode of action (MOA) in
animal models, based on substantial data available evaluating its metabolic activation, DNA
reactivity, genotoxicity, and carcinogenicity. It is also similar to numerous known animal and
human carcinogens belonging to the chemical class of aromatic amines (structure—activity
relationships), and there are extensive epidemiological, metabolic, and biochemical data in
humans. This case-study illustrates the nature of data that are helpful in delineating MOAs
for DNA-reactive carcinogens. Distinction between modulating factors and key events in an
MOA analysis is also presented.

Based on the strong animal evidence and extensive epidemiological data, the International
Agency for Research on Cancer (IARC) has classified 4-aminobiphenyl as a known human
carcinogen (IARC, 1972, 1987). Although initially identified as a human urinary bladder
carcinogen in individuals exposed to high levels occupationally, it has subsequently been
demonstrated as a major component of cigarette smoke, leading to an increased risk of
urinary bladder cancer in cigarette smokers (Del Santo et al., 1991; Curigliano et al., 1996).
Additional research has shown that it is a ubiquitous environmental chemical occurring
naturally when organic material containing nitrogen undergoes combustion.

' This article, to which WHO owns copyright, was originally published in 2006 in Critical Reviews in
Toxicology, Volume 36, pages 803—819. It has been edited for this WHO publication and includes corrigenda.
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CARCINOGENICITY OF 4-AMINOBIPHENYL IN ANIMALS

Experimental studies indicate that 4-aminobiphenyl is carcinogenic in mice, rats, rabbits, and
dogs, although significant target tissue differences and susceptibility have been observed
(IARC, 1972). By most routes of exposure, 4-aminobiphenyl is primarily a carcinogen of the
liver and, to a lesser extent, the urinary bladder in mice, whereas in dogs (and humans), the
urinary bladder appears to be the target organ. Many of the studies were conducted a number
of years ago, and published accounts include only limited details. In addition, potential
precursor lesions at interim periods were rarely documented, and none of the studies included
protocols, such as stop/recovery, which might be informative in the context of MOA.
Nonetheless, results indicate clear species and individual differences in response (e.g. Block
et al., 1978), characteristic of MOAs entailing competing metabolic activation and
deactivation processes (Table 1).

Table 1. Carcinogenicity studies of 4-aminobiphenyl in various species.

Species Route/dose Incidence Comment Reference

Mice Gavage; 1 Bladder carcinomas in Clayson et al.
mg/week for 38 2/12 mice surviving to (1965)
weeks 90 weeks

Mice Gavage; 0 or 1.5 Bladder carcinomas in Clayson et al.
mg/week for 52 1/21 exposed males vs (1967)
weeks 0/19 in controls;

increased incidence of
hepatomas in males

and females

Mice Subcutaneous Hepatomas in 19/20 Gorrod et al.
injection of 200 males and 6/23 females (1968)
pg for up to 52 after 48—-52 weeks
weeks

Mice 0-220 mg/l in Significant increases in  Hyperplasia of the Schieferstein

(BALB/ drinking-water urinary bladder carcino- bladder in most et al. (1985)

cstcrifcaHf  (males), 0-300 mas (males only), mice of both sexes

Nctr) mg/l (females), hepatocellular carcino-  receiving 75 mg/I
for up to 96 mas (females only), (females) and 55
weeks and angiosarcomas mg/l (males) or

(males and females) greater, but none in
controls

Mice Different regi- Liver tumours Dooley et al.

(newborn mens; injected (1988, 1992);

B6C3F1) prior to weaning Von Tungeln

et al. (1996);
Parsons et al.
(2005)

Rats Subcutaneous Mammary and intestinal Walpole et al.
injection in tumours (1952)
arachis oil of total
dose of 3.6-5.8
g/kg bw
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Table 1 (Contd)

Species Route/dose Incidence Comment Reference
Rabbits Oral administra- Bladder papillomas in 1 Earliest carcinoma  Bonser (1962)
tion of unspecified animal and carcinomas observed 4 years
dose in 3 animals after start of treat-
ment
Dogs (2) Gelatin capsules 6 Carcinoma of the Walpole et al.
times weekly for bladders appeared in (1954)
life for a total dose 33 months
of30or34 g
Dogs Gelatin capsules Bladder carcinomas Deichmann et
0.3 g 3 times after 21-34 months al. (1958)
weekly (total dose:
94.5-144 g per
dog)
Dogs (6) 1.0 mg/kg bw 3 bladder papillomas Deichmann et
5 times weekly for  and 3 bladder al. (1965)
34 or 37 months carcinomas (transitional
(total dose 5.5-7.0 cell type)
g per dog)
Dogs Single dose Ineffective in inducing Deichmann &
bladder tumours over a MacDonald
5-year period (1968)
Dogs Oral administra- Negative or minimal Block et al.
tion 5 days/week disease in 4 dogs, with (1978)

24 beagles
( gles) for 3 years

no neoplasia in 2;

neoplasia developed
slowly in 11 dogs, while
a rapidly progressive
pattern was observed in
the remaining 9 dogs

bw, body weight

Following its oral administration by gavage (1 mg per mouse per week for 38 weeks), 2/12
mice surviving to 90 weeks developed bladder carcinoma (Clayson et al., 1965). In a separate
but similar experiment, dosing mice with 1.5 mg of 4-aminobiphenyl for 52 weeks resulted in
bladder carcinoma in 1/21 male mice as compared with 0/19 in controls. In this experiment,
the frequency of hepatomas in both male and female mice was significantly higher than that
in the controls (Clayson et al., 1967). Three subcutaneous injections of mice with 200 pg of
4-aminobiphenyl produced hepatomas in 19/20 males and 6/23 females after 48—52 weeks
(Gorrod et al., 1968). Oral administration of 4-aminobiphenyl in drinking-water at concen-
trations of up to 220 and 300 mg/l to male and female BALB/cStCrlfC3Hf/Nctr mice,
respectively, for up to 96 weeks induced dose-related, significant increases in angiosarcomas
(males and females), urinary bladder carcinomas (males only), and hepatocellular carcinomas
(females only). Hyperplasia of the bladder was observed in most of the mice of both sexes in
groups of about 118 receiving concentrations of 75 mg/l (females) and 55 mg/l (males) or
greater, whereas none was reported in the control groups of similar size (Schieferstein et al.,
1985). In a number of experiments, newborn B6C3F1 mice were primarily susceptible to
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liver carcinogenesis following 4-aminobiphenyl administration (Dooley et al., 1988, 1992;
Von Tungeln et al., 1996; Parsons et al., 2005).

Daily subcutaneous injection of rats with 4-aminobiphenyl in arachis oil to a total dose of
3.6-5.8 g/kg body weight (bw) resulted in significant increases in the incidence of mammary
gland and intestinal tumours (Walpole et al., 1952).

Among seven rabbits given commercial 4-aminobiphenyl orally (dose unstated), bladder
papillomas were found in one and carcinomas in three animals. The earliest carcinoma was
observed 4 years after the start of treatment (Bonser, 1962).

Two dogs fed 4-aminobiphenyl in gelatin capsules 6 times weekly for life (total dose per dog:
30, 34 g) developed carcinoma of the bladder in 33 months (Walpole et al., 1954). This was
confirmed by similarly feeding capsules containing 4-aminobiphenyl (0.3 g per dog) 3 times
weekly. Bladder carcinomas were observed after 21-34 months (total dose: 94.5-144.0 g per
dog) (Deichmann et al., 1958). When the dose of 4-aminobiphenyl was reduced to 1.0 mg/kg
bw and given to six dogs 5 times weekly for 34 months or 37 months (total dose: 5.5-7.0 g
per dog), three bladder papillomas and three bladder carcinomas (transitional cell type) were
observed (Deichmann et al., 1965). A single dose was not effective in inducing bladder
tumours over a period of 5 years (Deichmann & MacDonald, 1968). Among 24 beagles that
received 4-aminobiphenyl orally 5 days per week for 3 years, three basic patterns of bladder
carcinogen responses were seen. Negative or minimal disease was seen in four dogs, of which
two remained completely free of neoplasia. Neoplasia developed slowly in 11 dogs, while a
rapidly progressive pattern was observed in the remaining 9 dogs (Block et al., 1978).

IS THE WEIGHT OF EVIDENCE SUFFICIENT TO ESTABLISH A MODE OF
ACTION (MOA) IN ANIMALS?

The first question of the IPCS HRF is an evaluation of the animal MOA itself. This is based
on the process delineated by the MOA Framework developed by IPCS and published in 2001
(Sonich-Mullin et al., 2001), which evolved from the Bradford Hill criteria for causality in
epidemiology studies (Hill, 1965).

A. Postulated mode of action

4-Aminobiphenyl is metabolized by hepatic enzymes to N-hydroxy-4-aminobiphenyl, which
can be N-esterified (N-acetylated, N-glucuronidated, or N-sulfated) in hepatic and other
tissues (Miller et al., 1961; Kadlubar et al., 1977, 1991; Miller & Miller, 1977; Delclos et al.,
1987; Chou et al., 1995) (Figure 1). O-Esterification and ring hydroxylation are competing
enzymatic reactions leading to detoxification. Tissue and species differences in the activity of
these reactions dictate, at least in part, variations in susceptibility to the carcinogenic effects
of 4-aminobiphenyl and differences in organ specificity in the development of tumours.
Ultimately, a reactive electrophilic nitrenium ion is formed in the target tissue following N-
esterification, and this is capable of forming DNA adducts. The principal DNA adduct is N-
(deoxyguanosin-8-yl)-4-aminobiphenyl (Talaska et al., 1990; Kadlubar et al., 1991;
Flammang et al., 1992; Hatcher & Swaminathan, 1995, 2002). As a consequence of the
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mutations that can result from these reactions at critical sites of critical genes, neoplastic cells

eventually develop.
“
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Figure 1. Metabolism of 4-aminobiphenyl

B. Key events

The major route of hepatic activation of 4-aminobiphenyl begins with its N-hydroxylation,
catalysed, the balance of evidence indicates, by CYP1A2, at least in rats and humans (Butler
et al., 1989b). In mice, there is evidence that CYP1A2 is not the only, or even the primary,
form of cytochrome P-450 involved (Kimura et al., 1999). The N-hydroxylamine can also be
produced by reaction with a variety of oxidases and peroxidases, such as by the prostaglandin
synthase component of cyclo-oxygenase (Kadlubar et al., 1982). Whether any of these non-
cytochrome P-450 reactions occur in vivo and are of toxicological significance remains
unclear. The N-hydroxylamine undergoes N-acetylation by N-acetyltransferase-1 (NATI1)
(Flammang & Kadlubar, 1986; Oda, 2004), resulting in an N-acetoxy ester that is unstable in
acidic conditions, forming an arylnitrenium ion that can react directly with DNA, forming a
DNA adduct at the C-8 position of guanine (Hammons et al., 1985; Flammang & Kadlubar,
1986; Hatcher & Swaminathan, 2002). Additionally, the N-hydroxylamine generated in liver
can serve as a substrate for uridine diphosphate (UDP) glucuronosyltransferase (UGT),
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yielding an N-glucuronide conjugate that is transported to the urinary bladder (Kadlubar et
al., 1977). The glucuronide can either be excreted in urine or, under acidic conditions, serve
as an additional source of the N-hydroxylamine in the urinary bladder, following hydrolysis.
There are a number of reactions that can compete with this reaction scheme, including N-
acetylation of 4-aminobiphenyl by N-acetyltransferase-2 (NAT2), but the resulting
arylacetamide is a poor substrate for CYPIA2, and it is considered to be primarily a
detoxification reaction. As a consequence, N-acetylation of the parent amine is considered a
deactivating process. Rates of acetylation can thus affect the balance between activation and
deactivation. Humans phenotypically are either rapid or slow acetylators (Lower et al., 1979).
Mouse strains exist that are analogous to human slow and rapid acetylators. Thus, C57BL/6 is
a rapid acetylator strain, while A/J is a slow acetylator (Hein, 1988). Interest in these
differences includes a possible explanation for interspecies, interstrain, and interindividual
differences in response. As a consequence of the DNA adducts formed, mutations can be
produced. The key events are summarized in Table 2.

Table 2. Key events in the carcinogenicity of 4-aminobiphenyl in animals.

1. Metabolic activation
a) N-Hydroxylation
b) N-Esterification (glucuronide, acetyl, sulfate)
c¢) Hydrolysis to nitrenium ion
2. DNA adduct formation (dG-C8, dA-C8, dG-N2) in pluripotential cell of target organ
3. DNA mutation in critical gene(s) leading to cancer
4. Cancer

dA, deoxyadenosine; dG, deoxyguanosine

C. Dose-response relationship

In view of the fact that many of the relevant studies were conducted a number of years ago,
data on concordance of dose—response for precursor lesions for tumours are restricted to
hyperplasia in the mouse urinary bladder. Dogs do not develop bladder tumours after a single
dose of 4-aminobiphenyl (Deichmann & MacDonald, 1968), and there do not appear to have
been studies of dose—response relationships in this species following multiple exposures. In
the only study in which information on the incidence of precursor lesions was reported, male
BALB/c mice were treated with drinking-water containing 4-aminobiphenyl at concentrations
of 0, 7, 14, 28, 55, 110, or 220 mg/l for up to 96 weeks (Schieferstein et al., 1985). These
treatments were associated with bladder carcinoma incidences of 0/116, 1/117, 1/118, 0/118,
6/115, 5/118, and 23/118, respectively. The incidences in the 55 mg/l group and higher were
statistically significantly higher than in controls. Female mice were exposed to drinking-
water concentrations of 4-aminobiphenyl of 0, 7, 19, 38, 75, 150, and 300 mg/l. The
corresponding incidences of bladder carcinomas were 0/118, 0/118, 0/119, 1/118, 0/118,
5/117, and 1/117. Incidences of hyperplasia were much higher, although severity was not
indicated. In males, the incidences of hyperplasia were 0/116, 4/117, 9/118, 71/118, 108/115,
107/118, and 102/118 for doses of 0, 7, 14, 28, 55, 110, and 220 mg/l, respectively, and for
females, 0/118, 0/118, 3/119, 53/119, 106/118, 97/117, and 83/117 for doses of 0, 7, 19, 38,
75, 150, and 300 mg/l, respectively. Thus, the dose-response curves for tumours and
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hyperplasia were sigmoidal or hockey stick-shaped. In contrast, steady-state levels of
urothelial C-8 guanine DNA adducts showed a linear dose—response (Poirier et al., 1995).

In this same study (Schieferstein et al., 1985), there was no increase in the incidence of liver
tumours in the males, whereas in the females, the incidences of liver tumours (adenomas and
carcinomas combined) were 0/117, 0/120, 2/120, 4/119, 11/119, 17/118, and 10/117 at doses
of 0, 7, 19, 38, 75, 150, and 300 mg/l, respectively. The incidence of angiosarcomas of
various tissues combined was also increased at the three highest doses in males and females,
although the incidences were somewhat higher in females than in males.

D. Temporal relationship

Establishing time sequences for events in a carcinogenic process is partially, but to an
important extent, dependent upon the sensitivity of the available methods for their measure-
ment. Thus, tumours must attain a size allowing their histological detection, while the
measurement of mutations and DNA adducts requires not only time but sufficient tissue.
Consequently, the latter are more usually studied in liver than in urinary bladder, where the
paucity of tissue available in the urothelium, particularly in rodents, causes technical diffi-
culties that have no connection with the frequency of the biochemical and biological events.
The metabolism and formation of DNA adducts are early events, which can be observed
within a few minutes or hours in vitro and within a day following in vivo treatment with 4-
aminobiphenyl (e.g. Kadlubar et al., 1991; Swaminathan & Reznikoff, 1992; al-Atrash et al.,
1995; Hatcher & Swaminathan, 1995; Doerge et al., 1999; Tsuneoka et al., 2003). Many in
vivo experiments, however, continue exposure for 3—4 weeks to allow an accumulation of
adducts, achieve steady-state levels, and facilitate their detection (e.g. Talaska et al., 1990;
Flammang et al., 1992; Poirier & Beland, 1992; Poirier et al., 1995; Underwood et al., 1997).
Mutations can also be detected within a short time in vitro, but have generally not been
detected in vivo in target tissues until after several weeks or months of exposure (e.g. H-ras
in mouse liver; Parsons et al., 2002), although this comparatively long period may not be a
true reflection of when mutations first arise. In one study, mutations were detected in a
Muta™Mouse urinary bladder assay 14 days after a single dose of 4-aminobiphenyl (Fletcher
et al., 1998). Carcinomas and hyperplasia of the urinary bladder are apparently late-occurring
lesions in mice and dogs; however, time course changes have not been systematically
evaluated. Although mice were killed at intervals beginning at 13 weeks in one 2-year study,
and hyperplastic lesions were induced in the urinary bladder, their incidences at different
times were not presented (Schieferstein et al., 1985). Tumours in the urinary bladder are
commonly not discovered until after about 2 years in mice (Schieferstein et al., 1985) and
longer in dogs (Walpole et al., 1954; Deichmann et al., 1958, 1965). However, neoplastic
transformation of human urothelial cells (infected with SV40) treated in vitro with 4-
aminobiphenyl followed by in vitro culture for 6 weeks was demonstrated upon their inocu-
lation into nude mice (Bookland et al., 1992b).

E. Strength, consistency, and specificity of association of the tumour
response with key events

Evidence in support of the association of the tumour response with key events comes only in
part from studies on bladder; considerable evidence is provided by studies on liver. DNA
adduct formation has been demonstrated in both tissues.
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There is an abundance of studies that demonstrate that 4-aminobiphenyl is a mutagen,
including positive mutagenicity with certain frameshift mutation and base pair substitution-
sensitive strains (TA1538, TA98, and TA100) of Salmonella typhimurium, but only in the
presence of rodent liver S9 metabolic activating preparations. The requirement for S9
metabolic activation clearly demonstrates the lack of DNA reactivity and mutagenicity of the
parent amine. In addition, 4-aminobiphenyl induces unscheduled DNA synthesis in rat liver
cells in vitro (United States Environmental Protection Agency Genetic Activity Profiles).
These in vitro studies provide evidence that 4-aminobiphenyl can cause genetic damage
following metabolic activation. Bacterial mutation studies have also been conducted com-
paring metabolic activation systems based on liver homogenates from Aroclor 1254-induced
male Sprague-Dawley rats and C57BL/6 mice, using S. typhimurium TA100 tester strains that
expressed different levels of N- and O-acetyltransferase (OAT) activity (Dang & McQueen,
1999). TA100 has a single copy of the NAT/OAT gene; YG1029 has multiple copies of the
NAT/OAT gene, and TA100/1,8DNPg is NAT/OAT-deficient. Effects with mouse and rat S9
were similar (but the effects of Aroclor 1254 treatment were not examined). Using either 4-
aminobiphenyl or 4-acetylaminobiphenyl as substrates, considerably more mutations were
induced in YG1029 than in TA100 or TA100/1,8DNPg, in which mutation induction was
similar. This supports a role for high acetylation activity in mutation induction by the N-
hydroxylamine in these bacteria.

The non-enzymatic step to an arylnitrenium ion in the mechanism of mutagenesis in vivo is
supported by the observation that N-hydroxy-4-aminobiphenyl mutagenesis in the high OAT-
expressing S. typhimurium TG1024 strain is dependent on the pH of the medium, with an
inverse relationship between mutant numbers and pH over the range 4.0-8.0 (Sarkar et al.,
2002).

Administration of 4-aminobiphenyl in the drinking-water of BALB/c mice for 28 days
resulted in higher levels of DNA adducts in liver than in urinary bladder of females, while the
reverse occurred in males. Thus, in each sex, the DNA adduct level correlated with the
susceptibility of the tissue to tumour induction by 4-aminobiphenyl (Poirier et al., 1995).
However, the shape of the dose—response curve was linear for DNA adducts in both tissues
(although it appears to saturate and is relatively flat in female mice), whereas the tumour
dose-response curve was sigmoidal (Poirier et al., 1995).

Adduct levels were also highest in the urinary bladder of female Hsd:ICR(Br) mice that were
dosed topically (the more usual exposure route in occupational settings) with 50 nmol 4-
aminobiphenyl for 21 weeks. The principal adduct in all tissues examined (bladder, liver,
lung, and skin) co-chromatographed with N-(deoxyguanosin-8-yl)-4-aminobiphenyl (Under-
wood et al., 1997).

One study of mutagenesis in male Muta™Mouse transgenic mice (i.e. transgenic CD2F,
[BALB/c x DBA/2]) treated orally with 4-aminobiphenyl at 10 mg/kg bw per day for 10 days
reported that the mutation frequencies in urinary bladder, liver, and bone marrow were
increased by 13.7-, 4.8-, and 2.4-fold, respectively (Fletcher et al., 1998).
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Newborn B6C3F1 (C57BL/6 x C3H) mice responded to treatment with 4-aminobiphenyl by
developing a high frequency of liver tumours, many of which carried H-ras codon 61 CAA
— AAA mutations (Parsons et al., 2005). In vivo, the level of one major DNA adduct [/N-
(deoxyguanosin-8-yl)-4-aminobiphenyl] was present at 5 adducts/10° nucleotides in newborn
mice treated with 0.3 pmol 4-aminobiphenyl 24 h earlier. After 8§ months, the CAA — AAA
mutation was detected in 67% of the treated mice and 50% of the vehicle (dimethyl sulfoxide,
or DMSO) controls, but the average mutant fraction in treated mice was 45 x 10> compared
with only 2 x 107 in controls. After 12 months, liver tumours had developed in 79% of the
treated mice and in 8% of the controls. These tumours are not those of the human target
organ, but the results of this study support the general MOA proposed for bladder carcino-
genesis (i.e. DNA adduct formation, followed by mutation in a key gene and the subsequent
emergence of tumours).

Dogs (sex not stated) killed 24 h after a single oral dose of 4-aminobiphenyl (5 mg/kg bw)
had 5.4 fmol DNA adducts/pug liver DNA and 4.8 fmol DNA adducts/pug urinary bladder
DNA, whereas no DNA adducts were detected in either the liver or bladder of a dog whose
bladder had been instilled with 4-aminobiphenyl. In contrast, a dog bladder instilled with the
reactive intermediate N-hydroxy-4-aminobiphenyl had 3.9 fmol DNA adducts/ug bladder
DNA and no detectable adducts in liver DNA. Quantification was by an immunochemical
method (Roberts et al., 1988). Examination of bitches treated with tritium-labelled 4-
aminobiphenyl (per os, intravenously, or intraurethrally), N-hydroxy-4-aminobiphenyl (intra-
venously or intraurethrally), or N-hydroxy-4-aminobiphenyl N-glucuronide (intravenously)
demonstrated (1) the presence of 4-aminobiphenyl-haemoglobin adducts in blood erythro-
cytes; (2) that after per os dosing with 4-aminobiphenyl, the major portion of total N-
hydroxy-4-aminobiphenyl entering the bladder lumen was free N-hydroxy-4-aminobiphenyl
(0.7%), with lower concentrations of the acid-labile N-glucuronide (0.3%); (3) that urothelial
DNA adducts following intraurethral instillation of N-hydroxy-4-aminobiphenyl were 60
times higher than after intraurethral instillation of 4-aminobiphenyl; and (4) that exposure to
N-hydroxy-4-aminobiphenyl and subsequent 4-aminobiphenyl-DNA adduct formation are
directly dependent on the frequency of urination and, to a lesser extent, on urinary pH
(Kadlubar et al., 1991). The urinary pH of dogs may vary from about 4.5 to 7.5, depending
upon the diet (Merck, 1998), time after eating, time of day, and amount of water consumed,
these are factors that might influence the carcinogenic response (Cohen, 1995). Studies in
vitro with microsomal preparations from dog liver and bladder have shown the presence of
transacetylation activities in both organs, so that N-hydroxy-4-aminobiphenyl binding to
RNA and DNA occurs in the presence of 4-acetylaminobiphenyl, N-hydroxy-4-acetyl-
aminobiphenyl, or acetyl coenzyme A (CoA) as acetyl donors, although the levels of binding
were less with bladder than with hepatic microsomes (Hatcher & Swaminathan, 1992).

Examination of urothelial cells exfoliated into urine of dogs treated with 4-aminobiphenyl
showed that DNA adducts were identical to those from DNA modified in vitro with N-
hydroxy-4-aminobiphenyl and from dog bladder urothelial DNA isolated from 4-amino-
biphenyl-dosed dogs at autopsy. A dose-related increase in 4-aminobiphenyl-DNA adduct
formation was demonstrated (Talaska et al., 1990).
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F. Biological plausibility and coherence

The observations that 4-aminobiphenyl can form adducts with DNA and that it is mutagenic
in organs in which tumours develop indicate, in general terms, that the proposed MOA is
plausible (Fletcher et al., 1998). In addition, N-hydroxy-4-aminobiphenyl is able to cause
neoplastic transformation of non-tumorigenic SV40-immortalized human urothelial cells
(Bookland et al., 1992b). The findings with 4-aminobiphenyl are also consistent with the vast
literature regarding the metabolic activation, DNA adduct formation, mutagenesis, and
urinary bladder carcinogenesis in several species (including humans) of several related
aromatic amine chemicals (Kadlubar et al., 1977; Miller & Miller, 1977; Delclos et al., 1987).
The lack of DNA adduct formation and mutagenicity of the parent amine in various in vitro
systems without metabolic activation clearly demonstrates the requirement for metabolic
activation. The same DNA adducts are identified in tissues after administration of the amine
or following exposure to the N-hydroxyl metabolite, with the structure of the adducts having
been chemically confirmed. The mutagenic potential of the specific C-8 guanine DNA adduct
has also been demonstrated, although the specific biophysical aspects have been better
demonstrated for structurally related aromatic amines such as 2-aminofluorene (Kriek, 1992).

G. Other modes of action

Alternatives of components of the already described MOA have been suggested. However,
they do not detract from the overall described MOA but suggest either alternative specific
aspects (such as other activating enzymes) or associative processes that could affect
quantitative aspects. 4-Aminobiphenyl is oxidized by hepatic enzymes other than CYP1A2
(Kimura et al., 1999) to the N-hydroxylated metabolite that causes liver and urinary bladder
toxicity and carcinogenesis, possibly including oxidases and peroxidases (Kadlubar et al.,
1982, 1991). Although the specific enzymes involved in metabolic activation may vary, the
ultimate sequence of generation of a reactive electrophile, DNA adduct formation, muta-
genesis, and carcinogenesis is consistent. Furthermore, it is reasonable to believe that from
this point in the MOA, the same sequence occurs as that involving CYP1A2-mediated
activation, regardless of the activating enzyme.

In addition to bulky adducts, there is evidence to suggest that N-hydroxy-4-aminobiphenyl
causes oxidative damage in urothelial DNA, possibly involving endogenous peroxidases
(Burger et al., 2001). The relevance of this for the carcinogenic activity of 4-aminobiphenyl
1s unknown.

N-Hydroxy-4-aminobiphenyl and its further activated forms are cytotoxic to urothelial and
other cells in vitro (Reznikoff et al., 1986), but the role that this plays in its carcinogenic
effects is unclear (see below for discussion of a potentiating role in urothelial carcinogenesis,
rather than causative role). It is likely that this process alters the dose—response relationship,
but does not alter the fundamental MOA described above.

H. Assessment of the postulated mode of action

The early steps in the proposed MOA are well supported by the available evidence, and it has
been judged that there is good and sufficient evidence that 4-aminobiphenyl is a urinary
bladder carcinogen in dogs and mice, and in other tissues (primarily the liver) in rodents.
Thus, it is metabolized to products that can form DNA adducts in the liver and in other target
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organs, and mutations have been demonstrated to arise. Although other organs can also be
targets for 4-aminobiphenyl-induced neoplasia, the urinary bladder is the main target in dogs
and in some strains of mice. Evidence for the intervening steps between general genotoxicity
and the emergence of neoplasia is lacking. There is a notable lack of study of the effects of 4-
aminobiphenyl on cell proliferation in the urinary bladder, but information on related
aromatic amines and amides is available, particularly the analysis of the interaction between
DNA reactivity (and mutagenesis) and cell proliferation induced by 2-acetylaminofluorene in
mouse urinary bladder utilizing data from a megamouse, ED-01 study (Cairns, 1979; Gaylor,
1979; Littlefield et al., 1979). The reliance for mutagenicity on cell proliferation can provide
an explanation for the sigmoidal shape of the tumour dose-response despite a linear dose—
response for DNA adducts (Cohen & Ellwein, 1990). This link has significant implications
for assessing potency and dose—response for 4-aminobiphenyl-induced urinary bladder cancer
(see discussion below).

I. Uncertainties, inconsistencies, and data gaps

Bacterial mutation studies of 4-aminobiphenyl with metabolic activation have shown that
most mutations are frameshifts, whereas a single study of sequence analysis of 4-
aminobiphenyl-induced mutations in the /acZ gene in single-stranded DNA from a bacterio-
phage M13 cloning vector revealed exclusively base pair substitutions, with over 80%
occurring at G sites: G — T transversions predominated, followed by G — C transversions
and G — A transitions. The major DNA adduct, N-(deoxyguanosin-8-yl)-4-aminobipheny],
was then inserted within the M13 genome, and the mutational frequency and specificity were
measured after in vivo replication. The targeted mutational efficiency was approximately
0.01%, and the primary mutation was G — C transversion. Thus, the observations are consis-
tent with in vivo observations, but the mutagenic activity was weak (Verghis et al., 1997).

Most in vivo investigations have been in mice. Dogs, for understandable reasons, have
received less attention, although this is the species that is more sensitive to bladder
carcinogenesis. Mouse strain differences in response are evident: B6C3F1 and female
BALB/cStCrIfC3Hf/Nctr are more susceptible to liver carcinogenesis, whereas male
BALB/cStCrlfC3Hf/Nctr mice develop bladder tumours after exposure to 4-aminobiphenyl
(Schieferstein et al., 1985; Dooley et al., 1988, 1992). Nevertheless, mouse strain effects have
received relatively little attention in the available studies.

The enzyme considered as fundamental for the metabolism of 4-aminobiphenyl to a product
that forms adducts with DNA in liver and bladder is CYP1A2 (Butler et al., 1989a, 1989Db).
However, comparison of responses in CYP1A2(+/+) wild-type mice with CYP1A2(—/-)
knockout mice showed that, contrary to expectations, CYP1A2 expression was not associated
with 4-aminobiphenyl-induced oxidative stress or with 4-aminobiphenyl-DNA adduct
formation. Furthermore, prior treatment with 2,3,7,8-tetrachlorodibenzo-p-dioxin (TCDD),
which increased hepatic CYP1A2 protein expression 5-fold along with expression of other
phase I and phase II enzymes, either did not change or actually decreased the level of adducts
in liver. The specific quantitative effects of such induction will depend on the balance of the
enzymes induced. These results suggest either that CYPIA2 is not the major metabolic
activator of 4-aminobiphenyl or that other enzymes in mice activate the compound in the
absence of CYP1A2 (Tsuneoka et al., 2003). Based on studies with other aromatic amines,
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additional activating enzymes might include other P-450 enzymes, oxidases, or peroxidases
(Lakshmi et al., 1990; Smith et al., 1991; Hughes et al., 1992).

Another reaction considered to be important for carcinogenesis induced by 4-aminobiphenyl
is acetylation. Acetylation plays several roles in 4-aminobiphenyl carcinogenesis. O-
Acetylation and N,O-acetyltransfer of N-hydroxy-4-aminobiphenyl are expected to increase
risk in humans, whereas N-acetylation of 4-aminobiphenyl should reduce risk (Lower et al.,
1979). Acetylation can be catalysed by NAT1 or NAT2, with the latter exhibiting a marked
polymorphism within the population (Hein et al., 2000; Cascorbi et al., 2001). It is predicted
that a slow acetylation phenotype will increase the risk of bladder cancer, since acetylation of
the parent amine, 4-aminobiphenyl, is considered to be a detoxification process in humans,
whereas a rapid acetylation phenotype should be associated with a decreased risk.

However, studies of acetylator phenotype in mice have produced conflicting results. In one
study, male and female homozygous rapid acetylator or homozygous slow acetylator mice
that were apparently identical in every other respect were administered 4-aminobiphenyl-HCI
(55-300 mg/l) in drinking-water for 28 days. The levels of hepatic DNA adducts increased
with dose in both sexes, with the levels being higher in females, but were independent of the
mouse acetylator phenotype. In the urinary bladder, DNA adducts increased to a plateau at
100 mg/kg in male mice and were again independent of acetylator phenotype. In female mice,
the DNA adduct levels were lower than in males and decreased at the highest dose; the DNA
adduct levels were higher in the rapid acetylator phenotype, contrary to expectations (Flam-
mang et al., 1992). These results were interpreted as suggesting that acetyltransferase activ-
ities are not rate determining for DNA adduct formation in mice. A similar conclusion that
there was no correlation between murine NAT2 alleles and 4-aminobiphenyl-DNA adduct
levels was reached by McQueen et al. (2003), using C57BL/6, B6.A, and A/J mouse strains
and the transgenic strains hNAT1:A/J and hNAT1:C57, which carry the human NAT/ trans-
gene. However, the differences in murine NAT2 activity were modest and probably not
sufficient to affect 4-aminobiphenyl genotoxicity. Recent studies suggest that in humans,
NATI, not NAT?2, is responsible for the O-acetylation of N-hydroxy-4-aminobiphenyl (Oda,
2004).

There are also mouse strain-specific mutations that require explanation. Thus, in B6C3F1, 4-
aminobiphenyl induces predominantly C — A mutations (reflecting G — T transversions in
the non-coding strand) in H-ras codon 61, whereas in CD-1 mice, the predominant mutation
in H-ras codon 61 was A — T transversion (Manjanatha et al., 1996).

Cell proliferation is also required for neoplasia, but there have been few studies that have
investigated cell proliferation at an early stage of the carcinogenic process of 4-amino-
biphenyl. It is also notable that in the carcinogenicity experiment described previously
(Schieferstein et al., 1985), although urinary bladder carcinomas developed only in males, a
high prevalence of hyperplasia was reported in both males and females. Apparently this
observation has not been investigated further (discussed below).

In summary, the evidence is strong for the sequence of key events including metabolic activa-
tion, DNA adduct formation, and gene mutation as the MOA for 4-aminobiphenyl-induced
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urinary bladder carcinogenesis. It is further strengthened by data from studies with
structurally related aromatic amines. However, data gaps remain concerning details of the
specific enzymes involved, the basis for differing organ specificity between species and
details regarding potency, and the shape of the dose-response curve in humans. This is,
perhaps, not unexpected in view of the complexity of the relevant competing metabolic
pathways. While available data are considered sufficient to support the hypothesized MOA,
the impact of these uncertainties needs to be considered quantitatively in the overall
assessment (Table 3).

Table 3. Modulating factors affecting 4-aminobiphenyl urinary bladder carcinogenesis.

1.  Competing activities of esterification enzymes

2. Genetic polymorphisms affecting enzymatic activation or inactivation (e.g. slow and fast
acetylators)

3. Urinary pH (mainly affected by diet) and possibly other urinary constituents

4. Urothelial cell proliferation (induced by high doses of 4-aminobiphenyl or by co-administration
with some other agent affecting urothelial proliferation)

CAN HUMAN RELEVANCE OF THE MOA BE REASONABLY EXCLUDED ON
THE BASIS OF FUNDAMENTAL, QUALITATIVE DIFFERENCES IN KEY
EVENTS BETWEEN EXPERIMENTAL ANIMALS AND HUMANS?

There is considerable evidence in humans and human cell systems supporting each of the key
events for 4-aminobiphenyl-induced urinary bladder cancer. Metabolic activation to the N-
hydroxylamine has been demonstrated, with several different enzymes being suggested for
activation and several others that might potentiate or reduce the effects of N-hydroxylation,
such as N-acetylation. Genetic polymorphisms significantly affect activities of these
enzymes, producing variations in the population that can affect susceptibility to the urinary
bladder carcinogenesis response to 4-aminobiphenyl exposures. DNA adducts identical to
those detected in DNA from mice and dogs have been identified in human urothelial cells,
and consequently they have a similar mutagenic potential. Furthermore, extensive epidemio-
logical evidence demonstrates the urinary bladder carcinogenicity of 4-aminobiphenyl in
humans.

Bladder cancer is associated with smoking and occupational exposures to 4-aminobiphenyl.
4-Aminobiphenyl was manufactured in the United States of America from 1935 to 1955
(Melick et al., 1955) and was used as a highly efficient rubber antioxidant, but it is apparently
no longer commercially produced. In epidemiological studies, which were confined to one
series of workers occupationally exposed to commercial 4-aminobiphenyl, a high incidence
of bladder carcinomas was reported (Melick et al., 1955, 1971; Melamed et al., 1960; Koss et
al., 1965, 1969). Among 503 workers, 59 cases with positive cytology were identified, among
which 35 cases of carcinoma of the urinary bladder were histologically verified; 7 remained
cytologically positive at the time of publication, while 7 died from other causes and 10 were
lost to follow-up (Koss et al., 1969). In addition to cigarette smoke, there also appear to be
other, ill-defined environmental sources of exposure, possibly from other sources of
combustion of substances containing carbon and nitrogen (Skipper et al., 2003). Cigarette
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smoking accounts for between 40% and 70% of the bladder cancer cases in the United States
and Europe (IARC, 1986; Castelao et al., 2001). Black (air-cured) tobacco is a greater source
of 4-aminobiphenyl than is blonde (flue-cured) tobacco (Bryant et al., 1988).

The key events demonstrated for 4-aminobiphenyl bladder carcinogenesis in mice and dogs
have also been specifically evaluated for 4-aminobiphenyl in humans, primarily in
individuals exposed to 4-aminobiphenyl in cigarette smoke, but also utilizing in vitro
methods with human urothelial cells (see Table 4).

Table 4. Concordance evaluation of key events of 4-aminobiphenyl-induced urinary
bladder carcinogenesis between species.

Key event Mouse Dog Human
1. Metabolic activation to reactive electrophile + + +
2. DNA adduct formation + + +
3. Mutagenesis + + +
4. Carcinoma + + +

Absorbed 4-aminobiphenyl is N-oxidized in the liver by CYP1A2, which, in spite of its rather
high homology with CYP1AI, has an essentially different substrate specificity and is found
only in liver (Lang & Pelkonen, 1999). Other enzymes have been suggested to be capable of
supporting metabolic activation to the N-hydroxylamine.

NATI1 and NAT?2 each catalyse three types of acetylation: the N-acetylation of arylamines,
the O-acetylation of N-hydroxylamines, and the N,O-acetyltransfer of arylhydroxamic acids
(Flammang & Kadlubar, 1986; Mattano et al., 1989; Fretland et al., 1997; Hein et al., 2000).
It is believed that N-acetylation by N-acetyltransferases has a protective effect regarding
bladder carcinogenicity, primarily because the acetamide of 4-aminobiphenyl formed is
significantly less potent as a substrate for N-hydroxylation compared with the amine. Two
genes, NATI and NAT2, code for the NAT isoforms, and allelic variation has been associated
with susceptibility to urinary bladder cancer in humans (Hein et al., 2000). Most studies
suggest that NAT2 slow acetylators are at increased risk of developing bladder cancer,
whereas the contribution of the NAT genotype to aromatic amine bladder carcinogenesis is
less clear (Cartwright et al., 1982; Hein et al., 2000). Among smokers, there is a higher level
of 4-aminobiphenyl-haemoglobin adducts associated with the slow acetylator phenotype
(Vineis et al., 1990). Interactions of NATI and NAT2 have been suggested (Cascorbi et al.,
2001). In a study of 425 German bladder cancer patients, Cascorbi et al. (2001) found that
there is (1) a partial linkage of the NAT1*I0 genotype to the NAT2*4 genotype, (2) a clear
underrepresentation of NATI*10 genotypes among rapid NAT2 genotypes in the cases
studied, and (3) a gene—gene—environment interaction in that NAT2*slow/NATI*4 genotype
combinations with a history of occupational exposure were 5.96 (2.96-12.0) times more
frequent in cancer cases than in controls without a risk from occupation (P < 0.0001). Hence,
the data suggest that individuals with NAT2*4 and NAT1*10 are at a significantly lower risk
for bladder cancer, particularly when exposed to environmental risk factors.
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Polymorphisms in CYPIA2 (Oscarson et al., n.d.) and NA72 (Hein et al., 2000) genes are
associated with variations in the activities of these enzymes in human populations, although
the extent to which variation in CYP1A2 activity is due to genetic factors has yet to be deter-
mined (Sachse et al., 2003). Moreover, expression of the CYP1A42 gene is induced in cigarette
smokers, leading to even higher CYP1A2 enzyme activities (Sesardic et al., 1988; Eaton et
al., 1995). An individual exposed to 4-aminobiphenyl and expressing high levels of CYP1A2
and slow NAT2 activity would be expected to have increased levels of N-hydroxy-4-
aminobiphenyl and, therefore, higher levels of 4-aminobiphenyl-haemoglobin adducts and 4-
aminobiphenyl-DNA adducts in liver and urinary bladder than an individual expressing low
levels of CYP1A2 and rapid NAT?2 activity.

The tumour suppressor genes RBI and TP53 appear to be involved in bladder cancer,
especially high-grade urothelial carcinomas rather than low-grade papillary tumours. Both
genes are involved in the regulation of the cell cycle. In addition, 7P53 plays a role in
response to DNA damage, cell death, and neovascularization (Hickman et al., 2002), and its
gene product regulates the expression of multiple genes (Vousden & Lu, 2002). A strong
association has been found between RBI inactivation and muscle invasion (Cairns et al.,
1991; Ishikawa et al., 1991; Presti et al., 1991; Primdahl et al., 2000). In one study of 45
bladder cancers, seven of nine 7P53 mutations occurred in grade 3 tumours (i.e. invasion
includes perivesicular tissue) (Martone et al., 1998). Inactivation of RBI occurs in 30-80% of
muscle-invasive bladder cancers (Cairns et al., 1991; Logothetis et al., 1992; Wright et al.,
1995; loachim et al., 2000), most frequently as a consequence of heterozygous 13q deletions
in combination with mutation of the remaining allele (Cordon-Cardo & Reuter, 1997). In
studies investigating at least 30 tumours, 7P53 mutations occurred in 40-60% of invasive
bladder cancers (Tiguert et al., 2001; Lu et al., 2002). Although no specific mutational hot-
spots were identified, more than 90% of the mutations occurred in exons 4-9. In a study of
the binding spectrum of N-hydroxy-4-aminobiphenyl in DNA fragments containing exons 5,
7, and 8 of TP53, preferential binding was identified at codon 285, a non-CpG site, and at
codons 175 and 248, which are CpG sites, but only after C5 cytosine methylation had
occurred (Feng et al., 2002). The authors concluded that the mutational spectrum in 7P53 in
bladder cancer strongly suggests a role of 4-aminobiphenyl in the etiology of this neoplasm.

Exposure to tobacco smoke, an environmental source of 4-aminobiphenyl, is associated with
increased levels of 4-aminobiphenyl-haemoglobin adducts, in both adults and fetuses. In a
study of smoking (» = 14) and non-smoking (» = 38) women, 4-aminobiphenyl-haemoglobin
levels were 183 + 108 pg/g haemoglobin in smokers and 22 + 8 pg/g haemoglobin in non-
smokers, whereas the levels in their respective fetuses were 92 + 54 pg/g haemoglobin and 17
+ 13 pg/g haemoglobin (Coghlin et al., 1991), a difference that has also been observed in
adults in studies of tumour tissue DNA (Curigliano et al., 1996). Haemoglobin adduct levels
(used as a surrogate for exposure levels and indicator for DNA adduct potential) have been
associated with levels of exposure to tobacco as a source of 4-aminobiphenyl (black tobacco
> blonde tobacco > non-smokers) in a male study population from Turin, Italy; the risk of
bladder cancer followed the same pattern (Bryant et al., 1988). There is a substantial gap in
information linking the presence of adducts, primarily an indication of exposure, and the
emergence of cancer.
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In humans, 4-aminobiphenyl has been associated only with urinary bladder cancer, whereas
in mice, liver and urinary bladder tumours are induced. Although the specific reasons for
these species differences in organ specificity are not known, they appear to be due to
variations in competing N-esterification enzymatic activations. Sulfation appears to be pri-
marily associated with liver carcinogenesis by aromatic amines, whereas N-glucuronidation
appears to be more associated with bladder carcinogenesis. Acetylation has mixed effects, but
in humans appears to be principally a detoxification process that can be influenced
significantly by N-acetyltransferase polymorphisms that result in fast versus slow acetylation.
Human tissues have been studied for their possible involvement in the metabolism of 4-
aminobiphenyl and its metabolites. CYP1A2 is responsible for the metabolism of 4-amino-
biphenyl to N-hydroxy-4-aminobiphenyl by human hepatic microsomal fraction (Butler et al.,
1989b). N-Hydroxy-4-aminobiphenyl can be metabolized to a product that binds covalently
to calf thymus DNA by cytosolic sulfotransferases from human liver and, to a lesser extent,
colon, but not from pancreas or urinary bladder. In view of this lack of sulfotransferase
activity in bladder, it has been suggested that hepatic sulfotransferase may actually decrease
the bioavailability of N-hydroxy-4-aminobiphenyl in extrahepatic tissues and serve as a
detoxification mechanism for the urinary bladder (Chou et al., 1995). On the other hand, N-
acetyltransferases that are present in human urothelial cells (Frederickson et al., 1992;
Swaminathan & Reznikoff, 1992) can metabolize N-hydroxy-4-aminobiphenyl, as well as the
acetylated compounds N-hydroxy-4-acetylaminobiphenyl and N-acetoxy-4-acetylamino-
biphenyl, to a DNA-reactive material. The major adduct co-chromatographs with N-(deoxy-
guanosin-8-yl)-4-aminobiphenyl. **P-postlabelling analysis of the DNA from cytosol-
mediated binding of N-hydroxy-4-aminobiphenyl revealed four radioactive spots. Five
adducts were found when intact human urothelial cells were used, two of which were the
same as two found using cytosol. This suggests the possibility of an activation pathway or
pathways in addition to acetylation.

Experiments similar to those performed with dog tissues have shown that human urothelial
cell microsomes possess transacetylation activity, so that N-hydroxy-4-aminobiphenyl bind-
ing to RNA and DNA occurs in the presence of 4-acetylaminobiphenyl, N-hydroxy-4-acetyl-
aminobiphenyl, or acetylCoA as acetyl donors (Hatcher et al., 1993). These authors also
found that **P-postlabelling of DNA adducts formed after reaction with N-hydroxy-4-amino-
biphenyl, N-hydroxy-4-acetylaminobiphenyl, and N-acetoxy-4-aminobiphenyl showed simi-
lar profiles, suggesting that the arylnitrenium ion, arising from N-acetoxy-4-aminobiphenyl,
might be the common reactive species. The structures of the adducts have been identified as
the 3’,5'-bisphospho derivatives of N-(deoxyguanosin-8-yl)-4-aminobiphenyl (dG-C8-amino-
biphenyl), N-(deoxyadenosin-8-yl)-4-aminobiphenyl (dA-C8-aminobiphenyl) (Frederickson
et al., 1992; Hatcher & Swaminathan, 1995), and N-(deoxyguanosin-N(2)-yl)-4-azobiphenyl
(Hatcher & Swaminathan, 2002).

The results available comparing tobacco smokers with non-smokers support the relevance to
humans of the hypothesized MOA. In a study of 46 T1 bladder cancer cases, mean relative
staining intensity for 4-aminobiphenyl-DNA adducts was significantly higher in current
smokers (275 + 81, n = 24) than in non-smokers (113 £ 71, n = 22) (Curigliano et al., 1996).
Similar results have been reported for laryngeal tissue (Flamini et al., 1998) and for
mammary tissue (Faraglia et al., 2003). Using 4-aminobiphenyl-haemoglobin adducts as an
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indicator of exposure, it was found that bladder carcinoma patients had higher levels than
controls (Del Santo et al., 1991), whereas lung cancer patients did not (Weston et al., 1991).
The basis for this difference is unknown.

In addition to the evidence of genotoxicity generated with non-human test systems, 4-amino-
biphenyl can be metabolized by human urothelial cell microsomal preparations to a mutagen
in S. typhimurium YG1024 (a derivative of TA98 with elevated O-acetyltransferase activity)
but not in strain TA98 itself (Hatcher et al., 1993). No other species or other human tissues
were examined in this study.

6-Thioguanine-resistant mutants can be induced in a non-tumorigenic, SV40-immortalized
human urothelial cell line by exposure to 4-aminobiphenyl itself or exposure to N-hydroxy-4-
aminobiphenyl, N-hydroxy-4-acetylaminobiphenyl, or N-acetoxy-4-acetylaminobiphenyl
(Bookland et al., 1992a). No exogenous metabolic activation system was required for the
observed activity. The lowest effective concentrations to produce a statistically significant
increase in the mutant fraction were as follows: N-acetoxy-4-acetylaminobiphenyl, 2 umol/l;
N-hydroxy-4-acetylaminobiphenyl, 5 pmol/l; N-hydroxy-4-aminobiphenyl, 20 pmol/l; and 4-
aminobiphenyl, 100 umol/l. Three of these substances were also tested for tumorigenic
transformation using the same human immortalized urothelial cells in an in vitro—in vivo
assay in which the end-point was carcinoma development when treated cells were injected
subcutaneously into nude mice (Bookland et al., 1992b). Transformation was demonstrated
after all treatments, the lowest concentrations being as follows: N-hydroxy-4-acetylamino-
biphenyl, 0.5 pumol/l; N-hydroxy-4-aminobiphenyl, 0.5 pmol/l; and 4-aminobiphenyl, 20
umol/l. The lower concentrations required for transformation in comparison with those for
mutation are noted, but how this should be interpreted is not clear. It is consistent with the
transformation being independent of mutation and with the transformation assay having a
higher sensitivity, or it could merely reflect a difference in sensitivity of the methods.

In summary, on a qualitative basis, the key events in the MOA are the same in mice, dogs,
and humans: metabolic activation to the N-hydroxylamine with subsequent formation of a
reactive electrophile (presumably the nitrenium ion), formation of guanine adducts, gene
mutation, and the ultimate formation of cancer. The intervening events between gene
mutation and cancer, such as which genes are mutated and how cancer is induced, are not
known. The MOA, nevertheless, has been clearly demonstrated and is the same in the animal
models and in humans.

CAN HUMAN RELEVANCE OF THE MOA BE REASONABLY EXCLUDED ON
THE BASIS OF QUANTITATIVE DIFFERENCES IN EITHER KINETIC OR
DYNAMIC FACTORS BETWEEN EXPERIMENTAL ANIMALS AND HUMANS?

As described in detail above, the metabolic activation, DNA adducts, and mutagenicity of 4-
aminobiphenyl are qualitatively the same in mice, dogs, and humans, leading to the induction
of urothelial tumours of the urinary bladder in these three species and other tumours in mice,
rats, and rabbits. Although detailed aspects of absorption, distribution, and excretion have not
been reported, similarity in the levels of DNA adduct formation in the urothelium occurring
in mice, dogs, and humans suggests that kinetic differences are not significant between these
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three species. Although similar enzymatic processes occur in the three species, quantitative
differences are evident. These differences may explain some of the variations seen in target
organ specificity among the species and might suggest possible quantitative differences in
generation of the DNA adducts. Nevertheless, these differences do not negate the overall
MOA for any of the species or the different target organs and are consistent with the
complexity of the competing pathways for metabolic activation and deactivation.

Presumably there is a potential for repair of the different adducts, and quantitative differences
might exist among species and even among tissues. However, the detection of relatively high
numbers of adducts in all three species indicates that significant numbers of stable adducts
are produced.

The target tissue common among mice, dogs, and humans, the urinary bladder urothelium, is
similar morphologically (Pauli et al., 1983). The urothelium has a characteristic asymmetric
unit membrane at the luminal surface that provides a major part of the barrier function to
urine. It is composed of urothelium-specific proteins, the uroplakins, the sequence of which is
highly conserved among species (Wu et al., 1994). In addition, the urothelium is metabol-
ically active in all three species.

Modulating urinary factors have also been identified that can quantitatively affect the
ultimate formation of urothelial DNA adducts, such as pH and frequency of urination (Cohen,
1995; Sarkar et al., 2002). Although the range of pH varies among species, the pH in mice,
dogs, and humans readily reaches acidic and alkaline levels as well as neutral. Again,
although quantitative differences occur, these do not preclude the existence of this MOA in
humans.

There is no evidence implicating another MOA besides DNA reactivity. However, significant
quantitative differences exist between species with regard to apparent potency of 4-
aminobiphenyl with respect to urinary bladder carcinogenesis. It is clear, however, that
metabolites of 4-aminobiphenyl interact with proteins (e.g. haemoglobin) as well as with
DNA and that metabolites of 4-aminobiphenyl are cytotoxic (Schieferstein et al., 1985;
Reznikoff et al., 1986; Kadlubar et al., 1991). Interaction with urothelial cellular proteins
might be responsible for the cytotoxicity and regenerative proliferation seen in the mouse
bladder at higher doses of 4-aminobiphenyl. The interaction of DNA reactivity and conse-
quent mutagenicity and cell proliferation provide an explanation for the sigmoidal shape of
the dose—response curve for tumours despite a linear dose—response for DNA adducts (Cohen
& Ellwein, 1990). The high concentrations of 4-aminobiphenyl found in the urine of mice
that can produce urothelial cytotoxicity are generally not attained in humans exposed to
cigarette smoke. However, other (unknown) substances appear to produce urothelial hyper-
plasia in cigarette smokers (Auerbach & Garfinkel, 1989). This increased cell proliferation
significantly potentiates the effects of 4-aminobiphenyl on the bladder, providing a signifi-
cantly greater number of DNA-replicating cell targets on which to act in comparison with the
small number present in the normal, slowly replicating urothelium. Thus, the apparent greater
potency of 4-aminobiphenyl in humans compared with mice is unlikely, but represents the
synergy of DNA reactivity and cell proliferation produced by a single substance, 4-amino-
biphenyl, in mice, but by different substances in the complex mixture of cigarette smoke.
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Occupational exposure to 4-aminobiphenyl presumably resulted in greater doses of 4-amino-
biphenyl than did exposure to cigarette smoke, since the incidence of bladder cancer in such
populations was considerably higher than in smokers. However, quantitative measurements
of metabolite concentrations or DNA adduct levels in urothelial cells could not be determined
at the time these occupational exposures occurred, and cigarette smoking history in those
individuals was not assessed (Koss et al., 1965, 1969).

In summary, although quantitative differences among species exist, they do not exclude the
same MOA in mice and dogs occurring in humans.

CONCLUSION: STATEMENT OF CONFIDENCE, ANALYSIS, AND
IMPLICATIONS

The early steps in the proposed MOA are well supported by the available evidence, indicating
that the key events of metabolic activation, DNA adduct formation, and mutation are the
same qualitatively in mice, dogs, and humans. There is strong and sufficient evidence that 4-
aminobiphenyl is a human urinary bladder carcinogen. Evidence for the intervening steps
between mutation and cancer development is lacking. The associations described for adduct
levels and TP53 mutations are not compelling because these particular genetic alterations
appear late in tumour progression and are often the result of endogenous causes (e.g.
spontaneous depurination at methylated CpG sites). This aspect of 7P53 mutations in bladder
cancer has been studied in a case—control study (Schroeder et al., 2003). In addition, most
urothelial tumours in humans are low-grade papillary lesions, which generally do not have
TP53 mutations.

The mutational spectrum of N-hydroxy-4-acetylaminobiphenyl has been studied in embry-
onic fibroblasts of the Big Blue mouse (Besaratinia et al., 2002). Treatment of these cells for
24 h resulted in a dose-dependent increase in mutation frequency of the ¢/ transgene of up to
12.8-fold over background. Single-base substitutions comprised 86% of the mutations in the
treated cells and 74% of the mutations in the controls. Of these mutations, 63% and 36%,
respectively, occurred at guanine residues along the ¢/l gene. Whereas G — T transversions
accounted for 47% of the mutations in the treated c// gene, the most common mutations in
untreated cells were insertions, which accounted for 19% of the mutations. Mapping of the
induced adducts established five preferred DNA adduction sites, of which four were major
mutation sites for N-hydroxy-4-acetoxyaminobiphenyl, especially G — T transversions. In
the 7P53 gene in human bladder cancer, however, G — A transitions predominate (53%) and
are prevalent at all of its five mutational hotspots (codons 175, 248, 273, 280, and 285), three
of which are at methylated CpG hotspots (175, 248, and 273). In cll, neither the preferred
adduction sites nor the induced mutational hotspots are biased towards methylated CpG
dinucleotides. It is concluded from this study that there is a serious discordance between the
mutation pattern induced by N-hydroxy-4-acetoxyaminobiphenyl in the ¢/l gene and the
mutational pattern observed in 7P53 in human bladder cancer. However, the role of
methylation status and transcriptional activity on the mutation spectrum induced by 4-
aminobiphenyl has yet to be determined. It is also to be noted that the 7P53 mutation
spectrum is a reflection of a selection process during tumour development.
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Based on the preceding analysis, it is clear that the MOA for 4-aminobiphenyl carcinogenesis
is known in the animal model, and the MOA is relevant to humans both qualitatively and
quantitatively. The conclusion based on this evaluation, even without epidemiological
evidence, 1s that 4-aminobiphenyl poses a cancer hazard to humans.

To perform a full risk assessment requires additional information regarding the dose—
response and human exposures. Based on the information described above, it is clear that the
data predict a cancer hazard for humans at expected exposures, at least for occupational
(historical) and cigarette smoking exposures. Further analysis is required regarding the
potential risk at ambient exposures in those who are not cigarette smokers. The MOA
analysis provides the basis and foundation for such an assessment. The epidemiological
evidence on 4-aminobiphenyl supports the conclusions suggested by the MOA HRF.

4-AMINOBIPHENYL AND THE HUMAN RELEVANCE FRAMEWORK

4-Aminobiphenyl was evaluated using the proposed IPCS HRF based on an MOA analysis.
The defined key events for this DNA reactivity MOA—metabolic activation, DNA adduct
formation, mutagenicity, and cancer induction—clearly are the same in humans as in the
animal (mice, dogs) models, indicating that 4-aminobiphenyl presents a cancer hazard for
humans. The information for this MOA analysis provides a substantive foundation on which
to build a complete cancer risk assessment for humans. For this chemical, there is also
substantial epidemiological evidence to verify the conclusions derived from the HRF
analysis.

The additional key events for this MOA—which genes are mutated and how do these genetic
alterations lead to cancer—are not known for 4-aminobiphenyl. However, this does not
detract from the conclusions, given the strength of evidence for the proposed MOA, based on
the framework analysis presented here.

What data are necessary to conclude that a chemical produces cancer by a DNA-reactive
MOA? Our suggestion is that at the very least there be a demonstration that DNA adducts are
produced, preferably in the target tissue, and that the chemical is mutagenic (either with or
without metabolic activation). Mutagenicity is used here in a more specific, restricted sense
than the broader term genotoxicity. Demonstration of DNA adducts and mutagenicity in the
target tissue after in vivo exposure increases confidence in the proposed MOA. Identification
of the specific metabolic pathway and specific DNA adducts induced provides a significantly
better basis for extrapolating between the animal model and humans.

This case demonstrates the potential utility of data on surrogate compounds in MOA analysis.
However, the relevance of data on related compounds, whether in vivo or in vitro, needs to be
adequately justified. Weight-of-evidence analysis of structure—activity relationships, which
have been well developed for DNA reactivity and mutagenicity, should also contribute to
framework analysis.
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FORMALDEHYDE AND GLUTARALDEHYDE AND NASAL
CYTOTOXICITY: CASE-STUDY WITHIN THE CONTEXT OF THE IPCS
FRAMEWORK FOR ANALYSING THE RELEVANCE OF A CANCER
MODE OF ACTION FOR HUMANS'

Douglas McGregor, Hermann Bolt, Vincent Cogliano, & Hans-Bernhard Richter-Reichhelm

Formaldehyde and glutaraldehyde cause toxicity to the nasal epithelium of rats and mice upon
inhalation. In addition, formaldehyde above certain concentrations induces dose-related
increases in nasal tumours in rats and mice, but glutaraldehyde does not. Using the 2006
International Programme on Chemical Safety (IPCS) human framework for the analysis of
cancer mode of action (MOA), an MOA for formaldehyde was formulated and its relevance
tested against the properties of the non-carcinogenic glutaraldehyde. These compounds pro-
duce similar patterns of response in histopathology and in genotoxicity tests (although
formaldehyde has been much more extensively studied). The MOA is based on the induction
of sustained cytotoxicity and reparative cell proliferation induced by formaldehyde at
concentrations that also induce nasal tumours upon long-term exposure. Data on dose
dependency and temporal relationships of key events are consistent with this MOA. While a
genotoxic MOA can never be ruled out for a compound that is clearly genotoxic, at least in
vitro, the non-genotoxic properties fundamental to the proposed MOA can explain the neo-
plastic response in the nose and may be more informative than genotoxicity in risk assess-
ment. It is not yet fully explained why glutaraldehyde remains non-carcinogenic upon
inhalation, but its greater inherent toxicity may be a key factor. The dual aldehyde functions in
glutaraldehyde are likely to produce damage resulting in fewer kinetic possibilities (particu-
larly for proteins involved in differentiation control) and lower potential for repair (nucleic
acids) than would be the case for formaldehyde. While there have been few studies of possible
glutaraldehyde-associated cancer, the evidence that formaldehyde is a human carcinogen is
strong for nasopharyngeal cancers, although less so for sinonasal cancers. This apparent dis-
crepancy could be due in part to the classification of human nasal tumours with tumours of the
sinuses, which would receive much less exposure to inhaled formaldehyde. Evaluation of the
human relevance of the proposed MOA of formaldehyde in rodents is restricted by human
data limitations, although the key events are plausible. It is clear that the human relevance of
the formaldehyde MOA in rodents cannot be excluded on either kinetic or dynamic grounds.

INTRODUCTION

Formaldehyde and glutaraldehyde are aliphatic mono- and dialdehydes, respectively, that
undergo reactions typical of aldehydes to form acetals, cyanohydrins, oximes, hydrazones,
and bisulfite complexes. They are highly reactive chemicals and produce covalently cross-
linked complexes with DNA and proteins. Their metabolism has some commonality in that
they are both oxidized by aldehyde dehydrogenases. Several studies have demonstrated that
inhalation exposure to formaldehyde causes nasal tumours in rats, whereas no nasal tumours
were observed in the only 2-year inhalation study of rats exposed to glutaraldehyde.

' This article, to which WHO owns copyright, was originally published in 2006 in Critical Reviews in
Toxicology, Volume 36, pages 821-835. It has been edited for this WHO publication and includes corrigenda.
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Formaldehyde

Formaldehyde has been tested for carcinogenicity by the inhalation route in mice, rats, and
Syrian hamsters, by oral administration (drinking-water) in rats, by skin application in mice,
and by subcutaneous injection in rats. There is conclusive evidence from the inhalation
studies that formaldehyde is a carcinogen in rats.

There is considerable evidence that prolonged inhalation exposure to formaldehyde induces
highly non-linear dose-related increases in the incidence of tumours of the anterior and
posterior lateral meatus of rats (Morgan et al., 1986; Feron et al., 1988; Woutersen et al.,
1989; Monticello et al., 1996; Kamata et al., 1997; CIIT, 1999). There are sharp increases in
tumour incidence at formaldehyde concentrations equal to and greater than 7.2 mg/m’.
Exposure to concentrations of 2.4 mg/m’ and lower induced no malignant nasal tumours.
Table 1 combines the data from two published rat studies (Kerns et al., 1983a; Monticello et
al., 1996) conducted at the same laboratory and some additional information from one of
these studies on a number of rats that had not been examined at the time of the publications
(Schlosser et al., 2003). The majority of formaldehyde-induced neoplasms were squamous
cell carcinomas.

Table 1. Combined incidence of nasal squamous cell carcinomas in rats exposed to
formaldehyde.

Formaldehyde concentration

(mg/m°) Number of rats at risk®  Actual number of tumours®
0 122 0
0.84 27 0
2.4 126 0
7.2 113 3
12 34 22
18 182 157

Note: Adapted from Schlosser et al. (2003).

@ Rats at risk are those that survived to 2 years and were examined at that time plus those that died before
2 years in which tumours were found.

® Rats in which tumours were found at or before 2 years.

In contrast, inhalation studies in Syrian hamsters showed no carcinogenic effect at a single
dose of 12.3 mg/m’ (Dalbey, 1982), and one of two inhalation studies in mice showed no
effect in females and squamous cell carcinomas in 2/17 males killed at 2 years at a high-dose
concentration of 17.6 mg/m3 (Kerns et al., 1983a, 1983b), whereas the other was inadequate
for evaluation (Horton et al., 1963).

Studies on rats using other routes of exposure produced no significant results in two of four
drinking-water studies (Takahashi et al., 1986; Tobe et al., 1989), forestomach papillomas in
one study (Til et al., 1989), and leukaemia and gastrointestinal tract tumours in another
(Soffritti et al., 1989), but the interpretation of the last study has been questioned (Feron et
al., 1990). Mouse skin application and subcutaneous injection studies were not suitable for
evaluation. In no study in rodents was there a significant increase in nasal tumours other than
in the five inhalation exposure studies in rats—that is, at the entry portal.
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Glutaraldehyde

Glutaraldehyde has been tested for carcinogenicity by the inhalation route in mice and rats
and by oral administration (drinking-water) in rats. Inhalation studies showed no carcinogenic
effect in either B6C3F1 mice exposed to a single concentration of 400 pg/m’ for 78 weeks
(Zissu et al., 1998) or multiple concentrations up to 1000 pg/m’ for 2 years (NTP, 1999) or
F344 rats exposed to concentrations of up to 3000 pg/m’ for 2 years (NTP, 1999). In a
drinking-water study in which male and female F344 rats were exposed to glutaraldehyde
concentrations of up to 4000 mg/m’ for 2 years, increased incidences of large granular cell
lymphatic leukaemia were found in the spleen of females at all exposure concentrations
(Ballantyne, 1995; Van Miller et al., 1995).

1. IS THE WEIGHT OF EVIDENCE SUFFICIENT TO ESTABLISH A MODE OF
ACTION (MOA) IN ANIMALS?

A. Postulated mode of action

Prolonged exposure to formaldehyde above a critical concentration induces sustained
cytotoxicity and cell proliferation. As a result of genetic changes within this proliferating cell
population, neoplasia emerges. The genetic changes are postulated to be secondary to the
cytotoxicity, metaplasia, and hyperplasia that are clearly induced by formaldehyde. Formal-
dehyde is a genotoxic substance in vitro and forms DNA—protein cross-links (DPX). DPX are
a well established indicator of formaldehyde exposure, but it is not clear whether they are
premutational lesions required to produce neoplasia (by initiating DNA replication errors,
resulting in mutation). Apart from the abundance of DPX observations in rats, there is little
evidence that formaldehyde is mutagenic to mammalian cells in vivo.

This postulated MOA is mainly based on observations of consistent, non-linear dose—
response relationships for all three key events (sustained cell proliferation, DPX, and
tumours) and concordance of incidence of these effects across regions of the nasal passages.

B. Key events

Formaldehyde

Limitation of damage to the entry portal following exposure to formaldehyde is clearly
important, with metabolism playing a significant role in the process. The importance of the
entry portal for formaldehyde-induced nasal tumours is supported by the observation that the
principal non-neoplastic effect in rats exposed orally to formaldehyde solutions is the
development of histological changes within the forestomach and glandular stomach (Til et al.,
1989; Tobe et al., 1989).

Formaldehyde is an endogenous metabolic product of N-, O-, and S-demethylation reactions
within cells (Hardman et al., 2001), and circulating concentrations of about 2.0-2.6 ug/g
blood are normal in unexposed mammals (Heck et al., 1982, 1985; Casanova et al., 1988).
Exogenous formaldehyde is rapidly detoxified upon absorption. It has a half-life in plasma of
about 1 min in rats exposed intravenously (Rietbrock, 1965), and it readily and spontaneously
combines with reduced glutathione to form S-hydroxymethylglutathione, the substrate for
alcohol dehydrogenase 3 (ADH3, also known as glutathione-dependent formaldehyde
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dehydrogenase) (Uotila & Koivusalo, 1974; Koivusalo et al., 1989), to form S-formylgluta-
thione, which is further metabolized to formic acid and reduced glutathione by S-formyl-
glutathione hydrolase (Uotila & Koivusalo, 1997). The Ky for initial binding of hydroxy-
methylglutathione with ADH3 is about 0.004 mmol/l, and the concentration of free formal-
dehyde is likely to be even lower (Uotila & Koivusalo, 1997; Hedberg et al., 1998). It may be
toxicologically significant that formaldehyde also combines with thiols such as cysteine and
cysteinylglycine (Holmquist & Vallee, 1991). In addition to this efficient metabolic
detoxification mechanism, the mucociliary apparatus provides protection of the underlying
epithelium from gases and vapours. Thus, in order to attain free formaldehyde concentrations
that may be cytotoxic to the target tissue, relatively high concentrations of formaldehyde
vapour must be delivered to the target site to overcome these protective mechanisms. Mech-
anistic events of clear significance for carcinogenicity occur at dose levels where formal-
dehyde detoxification mechanisms are saturated in rats (Casanova & Heck, 1987).

The predominant non-neoplastic and preneoplastic events that have been measured and
associated with nasal cancer formation following inhalation exposure of the nasal epithelium
to formaldehyde include cytotoxicity, DPX formation, nasal epithelial cell regenerative pro-
liferation, squamous metaplasia, and inflammation, which are site-specific, highly non-linear
response processes in concordance with the incidence of nasal tumours.

The relative magnitude of an increase in cell proliferation is dependent upon the size of the
target cell population within specific regions of the nasal cavity and not always directly
related to the length of exposure, or total cumulative exposure (Swenberg et al., 1983, 1986;
Monticello et al., 1991, 1996; Monticello & Morgan, 1994). These factors have been well
defined and measured in a number of studies in rat, monkey, and human epithelial cells. In a
24-month carcinogenicity assay with interim sacrifices at 3, 6, 12, and 18 months, cell
proliferation was demonstrated in rats exposed to 7.2, 12, and 18 mg/m’ at all times
(Monticello et al., 1991, 1996).

An immunohistochemical technique was used to assess the presence of p53 protein, a marker
of cell proliferation (proliferating cell nuclear antigen, or PCNA), and tumour growth factor
(TGF)-o in the histopathological sections of the same tumours. In addition to the p53-
positive immunostaining in squamous cell carcinomas, especially in cells with keratinization,
pS53-positive immunostaining was observed in preneoplastic hyperkeratotic plaques, while
normal nasal mucosa did not stain. A correlation was found between the distribution of
immunostaining of PCNA and that of p53 (Wolf et al., 1995).

The formation of DPX in rats is a non-linear function of concentration (Casanova & Heck,
1987; Casanova et al., 1989, 1994; Heck & Casanova, 1995) and correlates with the site
specificity of tumours (Casanova et al., 1994). Cross-links were not detected in the olfactory
mucosa or in the bone marrow of rats (Casanova-Schmitz et al., 1984; Casanova & Heck,
1987). DPX have been found in rhesus monkeys following inhalation exposure to formal-
dehyde, with the highest concentrations in the middle turbinates, followed by the anterior
lateral wall septum and nasopharynx (Casanova et al., 1991).
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Studies of rats, mice, Syrian hamsters, and rhesus monkeys exposed to formaldehyde for 13
(mice) or 26 weeks found that squamous metaplasia in the nasal turbinates developed in rats
and rhesus monkeys at 3.7 mg/m’, but not in Syrian hamsters or, at 4.9 mg/m’, in mice
(Rusch et al., 1983; Maronpot et al., 1986). Cell replication is also a feature of the more
tumour-susceptible areas of the nasal epithelium of rats (Casanova et al., 1994).

Glutaraldehyde

Inhalation exposure to glutaraldehyde at 400 pg/m’ for 78 weeks resulted in non-neoplastic
lesions in the nasal vestibule of female mice, consisting of hyperplasia of the squamous epi-
thelium lining the dorsal wall and the lateral aspect of the atrioturbinate (Zissu et al., 1998).

In the United States National Toxicology Program (NTP) studies of glutaraldehyde, the nasal
changes observed in male and female rats included the following:

1. In the squamous epithelium in the most rostral part of the nasal passage, behind the
external nares, there were increased incidences of hyperplasia and inflammation. The
hyperplasia was a minimal to marked change characterized by variable thickening of the
epithelium due to an increase in the number of cell layers and, in the more severe cases,
varying degrees of keratin accumulation.

2. In the respiratory epithelium, there was hyperplasia, minimal goblet cell hyperplasia
(primarily along the nasal septum and ventral meatus), inflammation, and squamous
metaplasia, with accumulation of keratin on the epithelial surface in the more severe
cases.

3. In the olfactory epithelium of the dorsal meatus, there were slightly increased incidences
of hyaline degeneration.

The glutaraldehyde-associated inflammation that was observed in the squamous epithelial
and respiratory epithelial regions was a minimal to marked change consisting of multifocal to
locally extensive infiltrates of neutrophils, lymphocytes, and plasma cells. Occasionally, there
were a few macrophages within the lamina propria and, in severe cases, within the epithelium
itself. In male and female mice of this same study, the lesions were qualitatively similar to
those found in rats. Females were more severely affected than male mice.

Glutaraldehyde induced DPX in a TK6 human lymphoblast cell line (St. Clair et al., 1991). In
vivo, glutaraldehyde induced cell proliferation (S-phase nuclei) in nasal cells in rats and mice
exposed by inhalation (Gross et al., 1994) and nasal instillation (St. Clair et al., 1990). In a
parallel nasal instillation study by the same authors, formaldehyde induced the same level of
cell proliferation at 20-fold higher molar concentrations.

C. Dose-response relationship

Formaldehyde

Available data from rats exposed to formaldehyde show a highly non-linear dose-response
pattern for the key events, with no observed effects at 2.4 mg/m’, a minimal response at 7.2
mg/m’, and a sharp increase at 12 and 18 mg/m’.
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In rats exposed to formaldehyde, no increases in cell turnover or DNA synthesis were found
in the nasal mucosa after subchronic or chronic exposure to concentrations of <2.4 mg/m’
(Rusch et al., 1983; Zwart et al., 1988; Monticello et al., 1991; Casanova et al., 1994). Small,
site-specific increases in the rate of cell turnover were noted at 3.7 mg/m’ (6 h/day, 5
days/week, for 13 weeks) in Wistar rats (Zwart et al., 1988) and in the rate of DNA synthesis
at 7.2 mg/m’ in Fischer 344 rats exposed for a similar period (Casanova et al., 1994). At these
concentrations, however, an adaptive response would seem to occur in rat nasal epithelium,
since cell turnover rates after 6 weeks (Monticello et al., 1991) or 13 weeks (Zwart et al.,
1988) are lower than those after 14 days of exposure. The unit length labelling index (ULLI)
method was used to establish the proliferation in male Fischer 344 rats exposed to
formaldehyde concentrations of 0, 0.84, 2.4, 7.2, 12, or 18 mg/m3 for 6 h/day, 5 days/week,
for 3, 6, 12, 18, or 24 months. Significant increases in ULLI were present only in the 12 and
18 mg/m’ groups, with the greater increases on the anterior lateral meatus and the medial
maxilloturbinate. Elevated ULLI in the anterior dorsal septum developed later in the course
of the exposure. This belated elevation of ULLI may have been secondary to changes in
airflow patterns and thus local formaldehyde concentrations associated with growth of lesions
and distortion of the airspace in those areas of the nose more susceptible to neoplasia
(Monticello et al., 1996).

The non-linear relationships for formaldehyde-induced DPX formation, epithelial cell
proliferation, and subsequently nasal tumours are demonstrated in Table 2. It is arguable that
the designations of high- and low-tumour areas proposed by Casanova et al. (1994) are not
the most appropriate, and consequently the truly high tumour incidence region DPX response
may have been diluted by that of the intermediate tumour incidence (posterior lateral meatus)
region.

Other studies showed that Fischer 344 rats exposed to 1.2 mg/m’ (22 h/day, 7 days/week, for
26 weeks) developed no detectable nasal lesions, whereas at 3.6 mg/m’, the only histological
change was squamous metaplasia in the nasal turbinates (Rusch et al., 1983). The
development of mild squamous metaplasia was similarly demonstrated in the nasal turbinates
of Fischer 344 rats exposed to 2.4 mg/m’ (6 h/day, 5 days/week, for 24 months) (Kerns et al.,
1983b). Epithelial dysplasia and rhinitis were also observed in these rats. The occurrence of
squamous metaplasia appears to be the histological feature requiring the lowest formaldehyde
concentration of any of the in vivo responses reported.

A rat, anatomically accurate computational fluid dynamics model was used to test whether
the distribution of formaldehyde-induced squamous metaplasia was related to the location of
high-flux regions posterior to the squamous epithelium. Squamous metaplasia was considered
present when >50% of a subsection was lined by squamous epithelium. No squamous meta-
plasia was present in sections of nose from rats exposed to 2.4 mg/m3 or less. Squamous
metaplasia was present on the lateral meatus after exposure to 7.2 mg/m’ or more and on the
lateral and medial walls of the airway after exposure to 12 or 18 mg/m’ (Kimbell et al.,
1997).

There is evidence that glutathione-mediated detoxification of formaldehyde within nasal
tissues becomes saturated in rats at inhalation exposures above 4.8 mg/m’. This saturation of
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formaldehyde metabolism may contribute to the non-linearity of the dose-response
relationships for DPX, cell proliferation, and tumour incidence at exposures above this level
(Casanova & Heck, 1987).

Table 2. Comparative effects of formaldehyde exposure upon cell proliferation, DNA-
protein cross-linking, and tumour incidence.

DNA-protein

cross-link
formation (pmol
Cell proliferation [“cj-
(PH]thymidine-labelled  formaldehyde

Formalde- cells/mm basement bound/mg
hyde membrane)® DNA)° Incidence of nasal carcinoma®
concen-  Anterior Posterior Anterior “High- “Low- Anterior Posterior Anterior
tr. at’°"3 lateral lateral mid- tumour tumour All lateral Ilateral mid-
(mg/nr) meatus meatus septum region” region” sites meatus meatus septum
0 10.11 7.69 6.58 0 0 0/90 0/90 0/90 0/90
0.84 10.53 7.82 8.04 5 5 0/90 0/90 0/90 0/90
2.4 9.83 11.24 12.74 8 8 0/96 0/96 0/96 0/96
7.2 15.68 9.96 4.15 30 10 1/90 1/90 0/90 0/90
12 76.79 15.29 30.01 - - 20/90  12/90 2/90 0/90
18 93.22 59.52 75.71 150 60  69/147 17/147 9/147 8/147

@ Cell proliferation measured in three locations of the nasal epithelium in male F344 rats exposed to the

indicated concentrations of formaldehyde, 6 h/day, 5 days/week, for 3 months (Monticello et al., 1996).

Extent of DNA—protein cross-link formation measured in two regions of the nasal cavity (respiratory mucosa) in
male F344 rats exposed to the indicated concentrations of formaldehyde, 6 h/day, 5 days/week, for about
12 weeks; the complete lateral meatus was designated the “high-tumour region”; the “low-tumour region”
comprised the medial aspects of naso- and maxilloturbinates, posterior lateral wall, posterior dorsal septum
excluding olfactory region, and nasopharyngeal meatuses (Casanova et al., 1994). Data were derived from
graphical representations in the reference cited.

Incidence of nasal tumours within the entire nasal cavity or the anterior lateral meatus, posterior lateral meatus,
or anterior mid-septum in male F344 rats exposed to the indicated concentrations of formaldehyde, 6 h/day,
5 days/week, for 24 months (Monticello et al., 1996).

b

Glutaraldehyde

A series of repeated-dose experiments with rats and mice exposed to glutaraldehyde has been
summarized by NICNAS (1994). Among these, the lowest concentration producing lesions of
the nasal cavity of rats was 1000 ug/m’ (6 h/day, 5 days/week, for 13 weeks) (NTP, 1993).
The most severe lesions occurred in the anterior portions of the nasal passages and involved
both the respiratory and olfactory epithelium. Hyperplasia and squamous metaplasia were
most commonly noted on the lateral wall of the nasal cavity and on the tips of the
nasoturbinates. Lesions were most extensive in rats exposed to 4000 pg/m’, but were also
noted in the 1000 and 2000 ug/m3 groups and in one male exposed to 500 ug/m3. In another
study in rats, no nasal lesions were observed at concentrations up to 776 pg/m’ delivered for
14 weeks (Bushy Run, 1983).

Mice appeared to be more sensitive to glutaraldehyde inhalation in a 13-week study, with
inflammation of the nasal cavity being observed in female mice even at the lowest
concentration of 250 pg/m’ and in male mice at 1000 pg/m’. The species difference in
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sensitivity is probably due to the smaller airways of mice being more prone to blockage by
debris (NTP, 1993). Histopathological lesions in the respiratory tract were most severe in
mice in the 4000 ug/m3 group and consisted of minimal to mild squamous metaplasia of the
laryngeal epithelium, suppurative inflammation in the anterior parts of the nasal cavity, and
minimal squamous metaplasia on the tips of the nasoturbinates. Necrosis and inflammation
were noted at lower concentrations, primarily in the anterior portion of the nasal passage.

In the NTP (1993) 13-week studies with glutaraldehyde, there were significant, exposure-
related increases in ULLI in the squamous epithelium of the nasal vestibule and, to a lesser
extent, the respiratory epithelium of the atrioturbinate of the dorsal meatus. The exposure-
related increase in cell replication was generally greater in rats than in mice. Upon examining
the results in individual mice, it was found that there was an increased rate of cell replication
in the squamous epithelium of the nasal vestibule only of those mice in which there was also
neutrophilic infiltration of the mucosa; however, the severity of the infiltrate did not correlate
with the degree of cell proliferation. These observations were clearest at 13 weeks, par-
ticularly in female mice. In rats, in addition to increased replication in the squamous
epithelium of the vestibule, there was an equally prominent increase in replication in the
respiratory epithelium of the dorsal atrioturbinate, whereas in mice, the response in this area
was weak.

D. Temporal association

Formaldehyde

A number of short-, medium-, and long-term studies of the effect of formaldehyde exposure
on cell proliferation within the respiratory epithelium of rats have indicated a sustained
increase in proliferation of nasal epithelial cells following exposure to concentrations greater
than 2.4 mg/m’, irrespective of the exposure period. Cell proliferation was observed in rats
exposed to formaldehyde for periods from as short as 3 days. In the ULLI study already
described, the magnitude of increased cell proliferation generally decreased over time but
remained significantly increased by approximately 2- to 10-fold over controls, for certain
nasal locations, up to and including the 18-month observation period when this effect was last
examined (Monticello et al., 1996).

Data relating to temporal associations for DPX are limited, as most formaldehyde inhalation
studies of DPX formation are of short duration (i.e. exposure duration up to 1 day).
Formaldehyde-induced DPX in the nasal epithelium of rats and rhesus monkeys was shown
consistently in these studies (Casanova et al., 1991). However, a well conducted study inves-
tigating both acute and cumulative DPX yields in rats exposed to formaldehyde for about
12 weeks (Casanova et al., 1994) found that the acute DPX yield in the lateral meatus (a high
tumour yield site) of previously exposed rats was about half that in naive rats at concen-
trations greater than 7.2 mg/m’, while there were no differences in the medial and posterior
meatuses (low tumour yield sites). No significant accumulation of DPX occurred in
previously exposed rats.

Regenerative cell proliferation following formaldehyde-induced cytotoxicity increases the
number of DNA replications and thus increases the probability of DPX-initiated DNA
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replication errors, resulting in mutations. This hypothesis is supported by the observed
inhibition of DNA replication in the rat nose at elevated concentrations (Heck & Casanova,
1995) and increased p53 expression in preneoplastic lesions (Wolf et al., 1995). In 5 of 11
squamous cell carcinomas from rats exposed to 18 mg/m’ for up to 2 years, there were point
mutations at the GC base pairs in the p53 complementary DNA (cDNA) sequence (Recio et
al., 1992).

Glutaraldehyde

The study of cell replication in the 13-week rat and mouse inhalation studies with
glutaraldehyde (NTP, 1993) showed that, in contrast to the results obtained for mice, the
increased cell replication (ULLI) in the nasal vestibule of rats occurred early (within a few
days) and either remained elevated or decreased slightly through the course of the study.
Increases in ULLI in the nasal vestibule of mice tended to develop with time. In an inhalation
study with mice (Zissu et al., 1994), the earliest lesions were observed in the respiratory
epithelium of the septum and the naso- and maxilloturbinates after 4 days of exposure to
1.2 mg/m’. Severe histopathological changes were still observed 2 weeks after the end of the
exposure to 4.0 mg/m’. No exposure-related histological abnormalities were detected in the
trachea and lungs.

E. Strength, consistency, and specificity of association of tumour
response with key events

Formaldehyde

There are extensive studies investigating formaldehyde-induced neoplasia. Available data
revealed formaldehyde-induced DPX formation and increased epithelial cell proliferation
within the upper respiratory tract in a range of species including rats and monkeys and a
variety of rat and human cells in vitro. It was found that at similar levels of exposure, concen-
trations of DPX were approximately an order of magnitude lower in rhesus monkeys than in
rats. Increased human epithelial cell proliferation following in situ exposure to formaldehyde
was reported in a model system in which rat tracheae populated with human tracheobronchial
epithelial cells were xenotransplanted into athymic mice.

There is good correlation between key events and regional tumour incidence and tumour
sites. Cell proliferation, metaplasia, and increased DPX were seen in the regions of the nasal
cavity where tumours have been observed. The highly non-linear dose—response relationships
for DPX, cytotoxicity, cell proliferation, metaplasia, and tumours are consistent, with signifi-
cant increases in metaplasia occurring at 2.4 mg/m’ in one study and all end-points being
observed at concentrations of greater than 4.8 mg/m’. This is also in good correlation with the
concentration at which mucociliary clearance is inhibited and glutathione-mediated
metabolism is saturated—that is, 4.8 mg/m’. The study by Morgan et al. (1986) examining
effects of inhaled formaldehyde on the nasal mucociliary apparatus in male rats also included
18-h recovery groups following days 1, 9, and 14 of exposure to concentrations of 2.4 mg/nr’,
7.2 mg/m’, and 18 mg/m’. Inhibition of mucociliary clearance was progressively more
extensive with increasing duration of exposure, but showed little or no evidence of recovery
18 h after cessation of exposure.
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Mice appear to be less susceptible than rats to the development of nasal tumours following
exposure to a given concentration of formaldehyde. However, it is well known that mice
decrease their minute volume in response to inhalation of noxious chemicals (Brown et al.,
1986, in CIIT, 1999).

Glutaraldehyde

In comparison with formaldehyde, the glutaraldehyde-induced lesions were located in a more
anterior part of the nose, involving the squamous epithelium. Also, they were of a different
character, with none of the focal hyperkeratosis and hyperplasia with cellular atypia and

dysplasia found in animals receiving formaldehyde for 13 weeks (Monticello, 1990; Morgan
& Monticello, 1990).

F. Biological plausibility and coherence

Formaldehyde

Evidence supporting the hypothesis that prolonged regenerative cell proliferation can be a
causal mechanism in chemical carcinogenesis continues to accumulate (IPCS, 2002). This
proposed MOA for formaldehyde-induced nasal tumours in animals exposed by inhalation is
consistent with biological plausibility and the available data. Sustained increased cell
proliferation has been observed in the nasal cavity in extensive short- and medium-term
toxicity studies in rats and a few studies in other species. Histopathological effects in the
nasal cavity (epithelial cell dysplasia and metaplasia) were consistent in a range of sub-
chronic and chronic animal studies. It should be noted, however, that the respective roles of
DPX, mutation, and cellular proliferation in the induction of nasal tumours in the rat have not
been fully elucidated.

Glutaraldehyde

Effects of inhaled glutaraldehyde have not been as extensively studied as those of
formaldehyde. In inhalation studies, glutaraldehyde did not induce nasal tumours in rats and
mice. However, the same key events that are considered key events in the nasal carcino-
genicity of formaldehyde—cytotoxicity and cell proliferation—have been demonstrated in
rats and mice exposed to glutaraldehyde. This might appear to reduce the plausibility of these
processes being important for formaldehyde.

G. Possible alternative modes of action

Formaldehyde

There is the possibility that mutagenicity could play a role in the development of formal-
dehyde-induced tumours. Evaluation of the available data indicates that formaldehyde is
genotoxic in vitro, but is generally not genotoxic in standard in vivo assays, although there
are many studies demonstrating that it produces DPX.

Formaldehyde has been extensively studied for genotoxicity in vitro, with positive results in
studies with bacterial and mammalian cells (Ames test, gene mutation), and produced DNA
single-strand breaks and DPX (reviewed in IARC, 2005). In vivo, formaldehyde has repro-
ducibly induced mutations in Drosophila, but there is no convincing evidence of its genotoxic
activity in rodent bone marrow cell tests. There is limited evidence that formaldehyde expo-
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sure is associated with increased chromosomal aberration and micronucleus frequencies in
human nasal and buccal cells and peripheral blood lymphocytes (reviewed in IARC, 2005;
see Appendix).

It is unclear to what extent DPX contributes to the mutagenesis and carcinogenicity of
formaldehyde (Recio, 1997; Merk & Speit, 1998; Speit et al., 2000; Liteplo & Meek, 2003).
The presence of DPX has been considered mainly as an indicator of exposure, although some
have also seen these lesions as premutagenic in character and therefore evidence of a direct
genotoxic mechanism. DPX are, however, potentially damaging to the afflicted cell, and cell
death is a likely outcome should they occur at high frequency. They also indicate that
protein—protein cross-linkage (PPX) may occur, with potentially less serious effects for the
cell. Should key proteins be involved in the PPX formation, this could have consequences on
the regulatory machinery of the cell, including the regulation of differentiation. Such a
change clearly occurs in the nasal epithelium of rats exposed to formaldehyde, since areas of
metaplasia emerge. Neoplasia could be viewed as simply a different kind of metaplasia,
unless there is compelling evidence for a genotoxic mode of action.

A different interpretation of the data has been offered by Gaylor et al. (2004), who analysed
the concentration—response relationship for formaldehyde-induced cell proliferation in rats
using statistical methods designed to identify J-shaped concentration curves. Cell prolifera-
tion data were used because there were insufficient quantal data on cancer incidence to per-
form the analysis. Their analysis supports the hypothesis that the threshold-type dose-—
response for nasal tumour incidence is the result of a minor genotoxicity at low dose that is
superimposed by a J-shaped dose-response for cell proliferation at high cytotoxic dose levels
(Lutz, 1998). At low doses, the effect of incremental DNA damage may be cancelled out by a
reduction in cell proliferation; therefore, in spite of the apparent threshold, the data remain
consistent with a genotoxic mechanism.

In rats exposed to formaldehyde, point mutations at GC base pairs in the cDNA sequence of
the evolutionarily conserved regions II-V of the p53 gene were found in 5 of 11 primary
nasal squamous cell carcinomas (Recio et al., 1992). This observation may be interpreted to
indicate genotoxic processes induced by formaldehyde in the carcinogenic process; however,
the presence of specific mutations in the emergent tumour is not evidence that they were
present in the early stages of neoplasia or that they were directly induced by the chemical.
While there is the possibility of a direct mutagenic event occurring, it is also possible that
these mutations arose indirectly of exposure as a result of functional changes in chromatin
proteins induced by the chemical. At what stage in the life history of the tumour these
observed mutations occurred is also open to speculation: they are relatively common events,
it is clear, but it is also clear that they are not essential events (since they do not occur in all
tumours that are apparently of the same type). The occurrence of these mutations indicates
that a genotoxic mechanism has not been excluded, but this evidence does not necessarily
support one.

Specific changes in gene expression have also been observed in vivo. The results indicated
that exposure to formaldehyde can cause alteration in the expression levels of genes involved
in several functional categories, including xenobiotic metabolism, cell cycle regulation, DNA
synthesis and repair, oncogenes, and apoptosis (Hester et al., 2003). It is not clear at present
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how specific these changes are to formaldehyde or what their role is, if any, in
carcinogenicity.

Glutaraldehyde

Glutaraldehyde has been less extensively tested than formaldehyde for genotoxicity in vitro
and in vivo. It produces weak and inconsistent positive findings in tests in vitro and is not
active in the vast majority of in vivo studies. The genetic toxicity of glutaraldehyde has been
recently reviewed (Zeiger et al., 2005).

Glutaraldehyde induced DNA repair systems in bacterial cells and was a weak mutagen in
Salmonella and Escherichia coli. Unscheduled DNA synthesis (UDS), DPX, and double-
strand breaks were seen in human cell lines, but not in primary rat cells. There were weak and
inconsistent responses in chromosomal aberration and sister chromatid exchange (SCE)
studies with mammalian cells, and glutaraldehyde did not induce transformation in cultured
Syrian hamster embryo (SHE) cells.

In vivo, glutaraldehyde induced S-phase DNA synthesis in nasal cells in rats and mice
following direct nasal administration. Glutaraldehyde did not produce DNA damage in rat
liver or cross-links in rat testes DNA or sperm cells. Tests for induction of chromosomal
aberration in bone marrow cells in rats and mice were generally negative. Glutaraldehyde did
not induce micronuclei in bone marrow cells or dominant lethal mutations in mice. Thus,
glutaraldehyde does possess genotoxic potential, and, although the database is not as
extensive as it is for formaldehyde, it might be anticipated that site of contact genotoxicity
would occur. Consequently, if genotoxicity is a major carcinogenic MOA for formaldehyde,
it remains to be explained why glutaraldehyde is not active.

H. Uncertainties, inconsistencies, and data gaps

Formaldehyde

In most of the cancer bioassays for formaldehyde, data on intermediate end-points such as
proliferative response as a measure of cytotoxicity and DPX are limited. Consequently, direct
comparison of the incidence of intermediate lesions and tumours is restricted. Additionally,
information on a direct relationship between DPX and mutation induction and the probability
of converting a DPX into a mutation is desirable, while the mode by which regenerative cell
proliferation is involved in the production of mutations required for tumour development
needs to be determined.

Studies on the Aprt mutation spectrum in formaldehyde-exposed human cells revealed that
50% of the mutations are deletions, whereas 50% are due to point mutation at the A:T base
pair (Crosby et al., 1988; Liber et al., 1989). The finding of deletions as part of the
formaldehyde mutation spectrum may explain the homozygous nature of base pair mutations
observed in p53 in formaldehyde-induced squamous cell carcinomas. However, there is an
inconsistency with regard to the base pair that is mutated. It was found to be A:T in /prt in
human and mammalian cell lines and G:C at p53 in formaldehyde-induced squamous cell
carcinomas (Recio, 1997). It is possible that, although mutations are induced by
formaldehyde in vitro, these types of mutation may not be fundamental to its carcinogenicity.
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Glutaraldehyde

Glutaraldehyde is clearly much more cytotoxic than formaldehyde, perhaps because it is a
bifunctional alkylating agent. Intranasal instillation studies have demonstrated that, on a
molar basis, glutaraldehyde is 10- to 20-fold more toxic than formaldehyde when delivered to
the nasal mucosa as a single treatment in aqueous solution (St. Clair et al., 1990).
Comparison of results from a 13-week inhalation study of glutaraldehyde (NTP, 1993) with
similar inhalation studies with formaldehyde (Heck et al., 1990; Monticello, 1990; Monticello
et al., 1991) shows that glutaraldehyde is about 20-fold more toxic than formaldehyde by this
route also. Pulmonary damage and mortality occur at much higher glutaraldehyde concentra-
tions. Cytotoxicity is manifest closer to the external nares in the case of inhaled glutaralde-
hyde, so the tissue primarily affected is not the same as in the case of inhaled formaldehyde.
This difference in the site of toxic action may be particularly important because, if the only
difference was toxic potency, then glutaraldehyde would be expected to produce effects
similar to those of formaldehyde, although only at lower doses.

I. Assessment of postulated mode of action

Formaldehyde

From a weight-of-evidence point of view, the hypothesized MOA for formaldehyde-induced
nasal tumours satisfies several criteria, including consistency, concordance of dose-response
relationships across all key events, and biological plausibility and coherence of the database.
Given the extensive experimental data that address and are consistent with the proposed
MOA of formaldehyde in the induction of tumours in the nasal cavity, a high degree of
confidence may be ascribed to it.

Glutaraldehyde

The key events of cytotoxicity, cell proliferation, and DPX formation (in vitro) have been
demonstrated with exposure to glutaraldehyde. However, glutaraldehyde has not produced
nasal tumours in rats and mice. Therefore, if the proposed MOA for formaldehyde is to be
maintained, an explanation for this discrepancy is necessary. A reason for the difference has
not been identified, but a hypothesis can be proposed. The dialdehyde function of glutaral-
dehyde is an important factor that may inhibit the macromolecules with which it reacts from
further reaction within the cellular environment. Should these macromolecules be proteins
involved in the maintenance of survival, then their immobility perhaps more likely leads to
cell death than to a change in differentiation state. This immobilization of macromolecules by
glutaraldehyde is the property that makes it a better fixative for high-resolution microscopy
(e.g. electron microscopy) than formaldehyde. It almost certainly contributes to the very
much higher toxicity of the dialdehyde. The monoaldehyde function of formaldehyde also
causes cellular damage, but a proportion of proteins involved in cellular differentiation may
be able to continue in that role, although with an altered outcome that may be the beginning
of a path to neoplasia. If, on the other hand, these aldehydes react with nucleic acids (the
evidence for glutaraldehyde reacting in this way is not substantial), then the repair of the
alkylated nucleotides may be more difficult or even impossible in the case of glutaraldehyde,
whereas repair does occur following formaldehyde interaction with DNA. Thus, irrespective
of whether the mode of formaldehyde action in carcinogenicity is as proposed or is primarily
due to genetic toxicity, the different response to glutaraldehyde exposure can be explained.
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2. CAN HUMAN RELEVANCE OF THE MOA BE EXCLUDED ON THE
BASIS OF FUNDAMENTAL, QUALITATIVE DIFFERENCES IN KEY
EVENTS BETWEEN EXPERIMENTAL ANIMALS AND HUMANS?

A. Formaldehyde

In rhesus monkeys exposed to formaldehyde at 7.2 mg/m’ for between 1 and 6 weeks,
formaldehyde-induced lesions were associated with increases in cell proliferation rates of up
to 18-fold over controls and remained significantly elevated after 6 weeks of exposure.
Histological lesions and increases in cell proliferation were most extensive in the nasal
passages and were minimal in the lower airways, whereas the maxillary sinuses showed no
evidence of a response to formaldehyde exposure. Based on the extent of lesions and cell
proliferation data, it appeared that rhesus monkeys are more sensitive than rats to the acute
and subacute effects of formaldehyde at 7.2 mg/m’ (Monticello et al., 1989). The absence of
response in the maxillary sinuses in rhesus monkeys is an observation deserving special
attention in the design of epidemiological studies (or, perhaps, in the reporting of tumour
sites). Most epidemiological studies of sinonasal cancer have not distinguished tumours
arising in the nose from those developing in the nasal sinuses. Thus, the risk for nasal cancer
specifically would tend to be diluted if there was no corresponding risk for cancer in the
sinuses and could go undetected through lack of statistical power.

Many epidemiological studies have investigated formaldehyde exposure and cancer of the
respiratory tract. The strongest evidence of an association has been observed for naso-
pharyngeal cancers. A statistically significant excess of deaths from nasopharyngeal cancer
has been observed in the largest cohort study of industrial workers (Hauptmann et al., 2004),
with statistically significant exposure-response relationships for peak and cumulative
exposure. An excess of deaths from nasopharyngeal cancer was observed in a proportionate
mortality analysis of the largest cohort of embalmers in the United States (Hayes et al., 1990).
An excess of cases of nasopharyngeal cancer was observed in a Danish study of proportionate
cancer incidence among workers at companies that manufactured or used formaldehyde
(Hansen & Olsen, 1995). Other cohort studies reported fewer cases of nasopharyngeal cancer
than expected (Walrath & Fraumeni, 1983; Coggon et al., 2003; Pinkerton et al., 2004). Of
seven case—control studies of nasopharyngeal cancer, five found elevations of risk for
exposure to formaldehyde.

Several case—control studies have investigated the association between exposure to formal-
dehyde and sinonasal cancer. A pooled analysis of 12 studies showed an increased risk of
adenocarcinoma in men and women thought never to have been exposed to wood dust or
leather dust, with an exposure—response trend for an index of cumulative exposure (Luce et
al., 2002). One other case—control study (Olsen & Asnaes, 1986) and a proportionate
incidence study (Hansen & Olsen, 1995) showed an increased risk of sinonasal cancer,
particularly squamous cell carcinoma. However, the three most informative cohort studies of
industrial workers showed no excesses of sinonasal cancer (Coggon et al., 2003; Hauptmann
et al., 2004; Pinkerton et al., 2004).

In evaluating this body of evidence, the International Agency for Research on Cancer (IARC)
concluded that there was sufficient epidemiological evidence that formaldehyde causes
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nasopharyngeal cancer in humans; only limited epidemiological evidence that formaldehyde
causes sinonasal cancer in humans; and strong but not sufficient evidence for a causal associ-
ation between leukaemia and occupational exposure to formaldehyde (Cogliano et al., 2005).

There are no publications describing DPX in nasal cells from formaldehyde-exposed person-
nel. Assessment of DPX in peripheral lymphocytes from formaldehyde-exposed workers
demonstrated an association with overall exposure (Shaham et al., 2003). The single DPX
study involved 399 workers from 14 hospital pathology departments, and formaldehyde
exposure categories were low-level (mean 0.5 mg/m’, range 0.05-0.8 mg/m’) and high-level
(mean 2.7 mg/m’, range 0.86-6.7 mg/m’). Adjusted mean DPX were significantly higher in
the exposed groups. There appear to be some doubts regarding the sensitivity and
reproducibility of the physical separation method used in this study (Heck & Casanova,
2004).

Some studies have investigated the histological changes within the nasal epithelium of
workers occupationally exposed to formaldehyde; however, the extent to which nasal
epithelial cell regenerative proliferation occurs is unresolved because the results are mixed
and there was co-exposure to wood dust in some studies (Berke, 1987; Edling et al., 1988;
Holmstrom et al., 1989; Boysen et al., 1990; Ballarin et al., 1992).

Mucociliary clearance in the anterior portion of the nasal cavity was reduced following
exposure of volunteers to formaldehyde at 0.30 mg/m’ (Andersen & Molhave, 1983).

The concordance of animal and human key events for formaldehyde is summarized in
Table 3.

Table 3. Formaldehyde concordance table.

Key event Evidence in animals Evidence in humans
Cytotoxicity Positive in vivo (target cells) Plausible
Proliferation Positive in vivo (target cells) Plausible (some evidence but confounded
by co-exposure)
Genotoxicity DPX (target cells in vivo) DPX (non-target cells, i.e. lymphocytes)
Mutations Positive in vitro; unconvincing in Positive (7 cells)
vivo
Nasal tumours Positive (mainly anterior lateral Positive (nasopharyngeal)
meatus) ? (sinonasal)

B. Glutaraldehyde

There are few epidemiological studies for exposure to glutaraldehyde and human cancer. No
increase in the number of cancer deaths was observed among 186 male glutaraldehyde
production workers. The average time since first exposure to glutaraldehyde was 20.6 years,
and the period of exposure was 3—7 years. During periods of monitoring exposure, glutaralde-
hyde concentrations in air ranged from 0.04 to 1.4 mg/m’ (NICNAS, 1994). Studies of
embalmers, pathologists, and members of the American Association of Anatomists for pos-
sible effects of glutaraldehyde have all shown increases in risk of cancer; however, all of
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these groups were also exposed to formaldehyde (Walrath & Fraumeni, 1983; Consensus
Workshop on Formaldehyde, 1984; Stroup et al., 1986).

There are no studies examining glutaraldehyde exposure and DPX formation, cytotoxicity,
and cell proliferation in human nasal tissues.

The concordance of animal and human key events for glutaraldehyde is summarized in
Table 4.

Table 4. Glutaraldehyde concordance table.

Key event Evidence in animals Evidence in humans
Cytotoxicity Positive Plausible
Proliferation Positive in vivo Plausible
Genotoxicity DPX in vitro Unknown
Mutations Positive in vitro Unknown
Nasal tumours Negative (no evidence at any site) Unknown

3. CAN HUMAN RELEVANCE OF THE MOA BE EXCLUDED ON THE BASIS
OF QUANTITATIVE DIFFERENCES IN EITHER KINETIC OR DYNAMIC
FACTORS BETWEEN EXPERIMENTAL ANIMALS AND HUMANS?

A. Formaldehyde

Quantitative differences between experimental animals and humans for the postulated MOA
will be a function of the concentration of formaldehyde at the target tissue. It is formaldehyde
per se, and not its metabolites, that causes cytotoxicity. Exogenous inhaled formaldehyde is
rapidly metabolized upon absorption, to formate, by a number of widely distributed cellular
enzymes, particularly formaldehyde dehydrogenase. In addition to this efficient metabolic
detoxification mechanism, the mucociliary apparatus provides protection of the underlying
epithelium from gases and vapours. Thus, in order to attain free formaldehyde concentrations
that may be cytotoxic to the target tissue, relatively high concentrations of formaldehyde
vapour must be delivered to the target site to overcome these protective mechanisms.
Mechanistic events of clear significance for carcinogenicity occur at dose levels where
formaldehyde detoxification mechanisms are saturated in rats (Casanova & Heck, 1987).

It is critical to take dosimetry into consideration when considering quantitative species differ-
ences for formaldehyde-induced toxicity in the respiratory tract. Inhaled formaldehyde is
predominantly deposited and readily absorbed in the regions of the upper respiratory tract
with which it comes into initial contact, owing to its high reactivity with biological
macromolecules (Heck et al., 1983; Swenberg et al., 1983). A complex relationship between
nasal anatomy, ventilation, and breathing patterns (nasal or oronasal) determines where in the
upper respiratory tract formaldehyde absorption occurs in species. In rodents, which are
obligate nasal breathers, deposition and absorption occur primarily in the nasal passage. In
contrast, primates are oronasal breathers; although absorption and deposition are likely to
occur primarily in the oral mucosa and nasal passages, they can also occur in the trachea and
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bronchus (Monticello et al., 1991). This hypothesis is supported by effects (histopathological
changes, increased epithelial cell proliferation, and DPX formation) being observed farther
along within the upper respiratory tract in monkeys.

Species differences in dosimetry have been taken into account in a two-stage clonal growth
model that has been developed to predict the nasal carcinogenic risk of formaldehyde in
humans (Conolly et al., 2004). The model also incorporates data on normal growth curves for
rats and humans, cell cycle times, and cells at risk in the different regions of the respiratory
tract.

Mice are better able to reduce both their respiratory rate and tidal volume upon repeated
exposures; therefore, mice have less formaldehyde available for deposition than rats, result-
ing in less tissue damage and a lower rate of cell turnover in the nasal epithelium (Chang et
al., 1981, 1983). These are characteristics that may help explain the lack of neoplastic
response in the nose of mice.

Although there are likely to be quantitative differences between animal species and humans
due to differences in dosimetry in the respiratory tract, there do not appear to be fundamental
differences that would indicate that the proposed MOA does not occur in humans.

B. Glutaraldehyde

Much less is known of the kinetics of glutaraldehyde in experimental animals compared with
formaldehyde. Inhalation studies do not appear to have been conducted. The terminal half-
lives for elimination are long for both intravenous injection (rat 10 h, rabbit 15-30 h) and
dermal application (rat 40—110 h, rabbit 20—100 h), probably due to the binding of glutar-
aldehyde to protein and the slow excretion of metabolites. The metabolites have not been
identified, but it has been proposed that the metabolism of glutaraldehyde probably involves
initial oxidation to the corresponding carboxylic acids by aldehyde dehydrogenase. The
glutaric acid formed by oxidation is probably further metabolized by reaction with coenzyme
A (CoA) to give glutaryl CoA, which is then oxidized by glutaryl CoA dehydrogenase to
glutaconyl CoA, leading to its eventual degradation to carbon dioxide via acetate (Beau-
champ et al., 1992; NTP, 1993; NICNAS, 1994; Ballantyne, 1995).

Glutaraldehyde reacts readily with proteins as a cross-linking agent, mainly between amino
groups. The reaction is rapid and pH dependent (rate increases at pH >9), to give Schiff
bases. Further reaction occurs to give a number of complex reaction products, with the
mechanism of the cross-linking process not yet fully understood.

Little information is available on the interaction between glutaraldehyde and DNA, but it has
been reported (Hopwood, 1975) that glutaraldehyde reacts with DNA only at >60 °C
(summarized by NICNAS, 1994), and there are data implying that there is no reaction under
physiological conditions (Sewell et al., 1984; Douglas & Rogers, 1998; Vock et al., 1999).
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4. STATEMENT OF CONFIDENCE, ANALYSIS, AND IMPLICATION

A. Formaldehyde

Sustained cytotoxicity and cell proliferation are key events in the proposed MOA for the
induction of several types of animal tumours. There are substantial data to support this
postulated MOA for formaldehyde-induced nasal tumours in rats. Cytotoxicity, DPX
formation, nasal epithelial cell regenerative proliferation, squamous metaplasia, and
inflammation have been measured in rat studies and are site-specific, highly non-linear
concentration—response processes in concordance with the incidence of nasal tumours.

Based on the weight of evidence, it is likely that the MOA is relevant to humans, at least
qualitatively. Increased cell proliferation and DPX formation within epithelia of the upper
respiratory tract have been observed in monkeys exposed to formaldehyde vapour. Increased
human epithelial cell proliferation following in situ exposure to formaldehyde has also been
observed in a model system in which rat tracheae populated with human tracheobronchial
epithelial cells were xenotransplanted into athymic mice. Limited evidence on histo-
pathological lesions in the nose of humans exposed primarily to formaldehyde in the
occupational environment is consistent with a qualitatively similar response of the upper
respiratory tract in experimental animals. In addition, several epidemiological studies have
indicated an increased risk of nasal cancers with formaldehyde exposure.

Therefore, the MOA 1is considered relevant to humans, and animal nasal tumour and other
supporting data should be taken forward to evaluate human risk. This process would include
consideration of the data suggesting that formaldehyde induces tumours in a non-linear, dose-
dependent manner. There may also be quantitative differences in response between species
for the proposed MOA due to differences in dosimetry.

B. Glutaraldehyde

The epidemiological studies for glutaraldehyde are very limited and do not show an
association with nasal tumours. In animal studies, glutaraldehyde has been shown to cause
cytotoxicity, cell proliferation, and DPX production, but not nasal tumours, in inhalation
studies in rats and mice. The fact that glutaraldehyde is clearly more toxic than formaldehyde
should not constitute a reason for the difference in carcinogenic potential. Although, dose for
dose, glutaraldehyde exposure may tend to result in more cell death than formaldehyde
exposure, if glutaraldehyde is a carcinogen, this should be demonstrable at doses lower than
those used for formaldehyde.

The MOA postulated for formaldehyde—that 1is, sustained cytotoxicity and cell
proliferation—would appear to be relevant to glutaraldehyde, but tumour formation has not
been demonstrated. It has been tentatively suggested here that the difference in pathological
responses to these aldehydes is due to formaldehyde being a monoaldehyde whereas glutar-
aldehyde is a dialdehyde. This difference may result in a different form of cross-linking so
that glutaraldehyde cross-link products are neither likely to retain any biological function nor
likely to be repairable. The case-study highlights the difficulties in applying the HRF when
the animal tumour data are inadequate.
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PREFACE

Following completion of the IPCS Framework for Analysing the Relevance of a Cancer
Mode of Action for Humans (see Part 1), an expert meeting was convened in Geneva in 2006
to explore the question as to whether the IPCS framework could be applied in chemical risk
assessment generally (i.e. to develop a non-cancer framework). The participants at this expert
meeting concluded that the framework should be applicable to all end-points and proceeded
to author a draft publication out of session. The draft was sent for peer review by the
members of the Harmonization Project Steering Committee and subsequently revised by the
authors, taking into account the peer review comments received.
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IPCS FRAMEWORK FOR ANALYSING THE RELEVANCE OF A
NON-CANCER MODE OF ACTION FOR HUMANS'

Alan R. Boobis, John E. Doe, Barbara Heinrich-Hirsch, M.E. (Bette) Meek, Sharon
Munn, Mathuros Ruchirawat, Josef Schlatter, Jennifer Seed, & Carolyn Vickers

Structured frameworks are extremely useful in promoting transparent, harmonized approaches
to the risk assessment of chemicals. One area where this has been particularly successful is in
the analysis of modes of action (MOAs) for chemical carcinogens in experimental animals and
their relevance to humans. The International Programme on Chemical Safety (IPCS) recently
published an updated version of its MOA Framework in animals to address human relevance
(cancer Human Relevance Framework, or HRF). This work has now been extended to non-
cancer effects, with the eventual objective of harmonizing framework approaches to both
cancer and non-cancer end-points. As in the cancer HRF, the first step is to determine whether
the weight of evidence based on experimental observations is sufficient to establish a hypothe-
sized MOA. This comprises a series of key events causally related to the toxic effect, identi-
fied using an approach based on the Bradford Hill criteria. These events are then compared
qualitatively and, next, quantitatively between experimental animals and humans. The output
of the analysis is a clear statement of conclusions, together with the confidence, analysis, and
implications of the findings. This framework provides a means of ensuring a transparent eval-
uation of the data, identification of key data gaps and of information that would be of value in
the further risk assessment of the compound, such as on dose-response relationships, and
recognition of potentially susceptible subgroups, for example, based on life stage considera-
tions.

The framework described in this paper, a non-cancer Human Relevance Framework (HRF),
was prepared by the International Programme on Chemical Safety (IPCS) (WHO/ILO/UNEP)
project on the Harmonization of Approaches to the Assessment of Risk from Exposure to
Chemicals. This global “Harmonization Project” aims to harmonize global approaches to
chemical risk assessment through both increased consistency of risk assessment
methodologies and development of international guidance documents. The project enables
the achievement of commitments on harmonization of chemical risk assessment
methodologies agreed by the United Nations Conference on Environment and Development
(United Nations, 1992), the Intergovernmental Forum on Chemical Safety (1994), the World
Summit on Sustainable Development (UNEP, 2002), and the Strategic Approach to
International Chemicals Management (WHO, 2006). The project involves experts from the
different sectors where chemicals are assessed, and hence the documents produced can be
applied in the assessment of industrial chemicals, biocides, pesticides, veterinary chemicals,
pharmaceuticals, cosmetics, natural toxicants, food additives, and environmental
contaminants in food, water, air, and consumer products.

A main outcome of the Harmonization Project is the IPCS Conceptual Framework for
Evaluating a Mode of Action for Chemical Carcinogenesis (Sonich-Mullin et al., 2001) and

! This article, to which WHO owns copyright, was published in 2008 in Critical Reviews in Toxicology, Volume
38, pages 87-96. It has been edited for this WHO publication.
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its subsequent development into an IPCS Framework for Analysing the Relevance of a
Cancer Mode of Action for Humans (IPCS cancer HRF) (Boobis et al., 2006; see also Part 1
of this document). The mode-of-action (MOA) analysis utilizes a weight-of-evidence
approach based on the Bradford Hill criteria for causality (Hill, 1965). It aims to determine
whether it is possible to establish an MOA for a carcinogenic response observed in an
experimental animal study, through application of a weight-of-evidence approach that
requires identification of key events along the causal pathway to cancer. When an MOA has
been established in experimental animals, the cancer HRF provides an analytical tool to
enable the transparent evaluation of the data in order to consider the human relevance of the
MOA.

Following on from this, IPCS decided to consider whether the framework for cancer could be
applied, with modifications, if necessary, to other end-points and their associated MOA:s.
Recognizing the work that the Risk Science Institute (RSI) of the International Life Sciences
Institute (ILSI) had conducted in parallel to develop a similar framework and apply it to non-
cancer risk assessment, IPCS convened an international meeting in Geneva in March 2006 to
review and consider the ILSI publication (Seed et al., 2005), along with the IPCS cancer HRF
(Boobis et al., 2006; see also Part 1 of this document), in order to explore the question as to
whether the IPCS framework could be applied in chemical risk assessment generally. In
summary, this IPCS meeting recognized that the framework should be applicable to all end-
points, both cancer and non-cancer, and recommended further work to put this into practice,
including documenting the rationale for application of the framework more generally, which
appears in the present paper, and steps to facilitate uptake and use of the framework.

The IPCS meeting recognized that the non-cancer HRF would have multiple uses in chemical
risk assessment:

e It would provide an internationally harmonized approach to the establishment of an MOA
in experimental animals and its relevance to humans.

e It would generate criteria for the MOA against which subsequent cases could be
considered—that is, to show whether a compound shares an established MOA.

e [t would enable clarification of key information relating to the human relevance of the
MOA, and this would inform the assessment of other chemicals that share the MOA.

e In general, application of the framework would enable critical data deficiencies and
research needs to be identified and inform qualitative and quantitative assessment.

THE NEED FOR A NON-CANCER HUMAN RELEVANCE FRAMEWORK

The non-cancer HRF is a tool that provides a structured approach to the assessment of human
relevance of a postulated MOA in animals in a weight-of-evidence context. Subsequently, it
includes explicit consideration of the relevance of the proposed MOA to humans, often based
on consideration of more generic information, such as anatomical, physiological, and
biochemical variations among species. In this manner, the framework encourages maximum
use of both chemical-specific and more generic information in a transparent and analytical
fashion.
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Pivotal to transparency in determining human relevance using the framework are the
delineation and consideration of the nature of evidence in various species of key events—that
is, those in a postulated MOA that are measurable and critical to the induction of the
toxicological response. Evaluation of the concordance of key events based on explicit
consideration of variations between experimental animals and humans constitutes the
principal basis of transparency in consideration of weight of evidence for human relevance.

While principally relevant to hazard characterization, the non-cancer HRF additionally
contributes more generally to transparency in risk assessment through explicit delineation and
consideration of data on appropriate key events that are also relevant to subsequent dose—
response analysis for MOAs deemed relevant to humans. If the MOA in experimental
animals is judged to be qualitatively relevant to humans, a more quantitative assessment is
required that takes into account any kinetic and dynamic information that is available from
both the experimental animals and humans in order to determine whether human relevance
might be precluded on this basis.

These same data are critical to subsequent dose—response analysis for MOAs considered
relevant in considering the adequacy of, for example, available information as a basis for
replacement of default uncertainty factors in the development of chemical-specific
adjustment factors (CSAFs) (IPCS, 2005). This information could, for example, constitute an
adequate basis to consider interspecies variation in rates of formation of reactive metabolites
in the target tissue, for replacement of the default subfactor for interspecies differences in
toxicokinetics with a CSAF (IPCS, 2005).

Use of this non-cancer HRF also promotes harmonization of approaches to risk assessment
for all end-points, bridging previously distinct approaches on, for example, cancer and non-
cancer effects. Harmonization in this context refers to a biologically consistent approach to
risk assessment for all end-points, for which exploration of biological linkages is critical to
ensuring maximal use of relevant information. Often, for example, organ toxicity is a critical
key event in postulated MOAs for induction of tumours at the same site. The non-cancer
HREF, then, sets the stage for identification of critical precursor non-cancer key events for
which subsequent quantification of interspecies differences and interindividual variability in
dose-response analysis is relevant. In other cases, a postulated MOA may lead to toxic
effects in multiple organs, and these would be considered in the same non-cancer HRF
analysis.

In addition, consideration in a transparent framework may identify factors that, while not
themselves essential for the toxicological effect (and hence not key events), may modulate
key events and, as a result, contribute to differences between species or individuals. Such
factors include genetic differences in pathways of metabolism, competing pathways of
metabolism, and cell proliferation induced by concurrent pathology.

Such an analysis may also provide an indication of those components of a proposed MOA
that may operate only over a certain dose range. If a high experimental dose of a given
compound is needed to result in an obligatory step in an MOA, then the relevance to human
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risk becomes a matter of exposure. Thus, the exposure assessment step of the risk assessment
is critical to a comprehensive evaluation.

Importantly, then, application of the non-cancer HRF contributes to identification of any
specific subpopulations (e.g. those with genetic predisposition) who are at increased risk and
provides information relevant to consideration of relative risks at various life stages. In many
cases, this is based not on chemical-specific information but rather on inference, based on
knowledge of the MOA, as to whether specific age groups may be at increased or decreased
risk. This requires explicit consideration of comparative developmental and ageing processes
and events in humans and animal models. These considerations are critical to determination
of focus in the remaining stages of risk assessment, such as dose-response analysis.

The transparent delineation of the weight of evidence for postulated MOAs and their
relevance to humans (requiring explicit consideration of the strengths and weaknesses of the
available database, as well as highlighting qualitative and quantitative similarities and
differences among species and related uncertainties) also identifies any inconsistencies in the
available data and defines critical data gaps and research needs. This derives from the
requirement in each step to explicitly assess confidence in the quality and quantity of data
underlying the analysis, consistency of the analysis within the framework, consistency of the
database—that is, that studies are not contradictory of each other—and the nature and extent
of the concordance analysis.

Iterative application of the non-cancer HRF, even before all of the data are available, to the
analysis of a postulated MOA and its relevance to humans are beneficial as a basis for
developing and refining research strategies as additional information becomes available. In
this context, the framework should prove helpful in facilitating discussion between risk
assessors and research scientists in jointly understanding the nature of data that would
support human relevance analysis of a postulated MOA in animals and defining next steps in
data acquisition. Iterative consideration of MOA in designing research strategies is also
expected to increase efficiency by focusing resources in critical areas in more tiered and
targeted approaches.

As knowledge advances, MOAs will become less chemical specific and based even more on
the key biological processes involved, allowing greater generalization of human relevance
from one compound to another. The need for chemical-specific data for established MOAs
will be less, although it will always be necessary to establish rigorously that the key events
comprising the MOA occur.

The transparency in the human relevance of a postulated MOA that results from application
of the non-cancer HRF should promote confidence in the conclusions reached, through the
use of a defined procedure that encourages clear and consistent documentation supporting the
analysis and reasoning, highlights inconsistencies and uncertainties in the available data, and
identifies critically important data gaps that, when filled, would increase confidence in
outcome. This transparency not only is anticipated to facilitate discussion between the risk
assessment and research communities, but may also contribute to greater convergence among
different regulatory agencies.
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The non-cancer HRF also provides the basis for improved process and content for scientific
peer input and peer review, specifying minimum criteria of clarity and transparency as a basis
to acquire input and acceptance of postulated MOAs and their relevance to humans.
Adherence to these criteria enables others to determine the basis of the conclusions reached
with respect to the key events, the exclusion of other MOAs, and the analysis of human
relevance.

WHEN WOULD THE NON-CANCER HRF BE APPLIED?

The non-cancer HRF provides a valuable tool to assess an MOA, but it requires significant
amounts of effort and experimental work, so it is not something that would be used during the
course of the assessment of every chemical. Its main purpose would be to determine whether
to apply the default assumption that all effects seen in animals are relevant to humans. This
question increases in importance when the application of the default assumption during the
course of a risk assessment indicates that adverse effects are likely to occur—for example,
where there is a low margin of exposure between the point of departure for the effect under
consideration and the estimated human exposure, especially if the human exposure estimate
has already been refined. It then becomes important to know whether risk management
measures will be required. This is of most concern when new data emerge, such as those
identifying a new effect, additional data on the dose—response relationship of the chemical, or
changes in use pattern or exposure estimation, which change the risk assessment of a
chemical that is already in use.

Use of the non-cancer HRF may also be of value in the situation where the effects in animals
would have potentially serious consequences if they occurred in humans, such as neuro-
toxicity or teratogenesis. These effects are subject to very rigorous risk assessment proce-
dures, so they comparatively frequently suggest the need for risk management measures.

Another situation in which use of the non-cancer HRF should be considered is where there
are interspecies differences in either the type of effect or the dose levels at which an effect
occurs. In these cases, it will be important to understand which species is the most
appropriate upon which to base extrapolation to humans. This indication would also apply to
differences between sexes or strains in the same species.

These situations indicate that further consideration is required, and the non-cancer HRF
provides a way of doing this. The framework can be applied at any stage in the process of
considering an effect. It should be applied in an iterative way during the course of
investigating an effect to help guide the scientist. When an effect has first been observed and
gives rise to concern, the framework allows the investigator to structure the work programme
by prompting the questions to be addressed. As the investigation develops, it guides the
investigator in assessing the data as they are generated and provides pointers in deciding
whether and what other data would be required.

In situations where there is a large body of data, the framework allows the evaluator to
weight the evidence according to its significance as well as its volume.
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The non-cancer HRF can also be useful when a chemical is observed to cause an effect
suspected of being caused by an MOA that has already been established using the framework
or shares structural similarity to a chemical or class of chemicals with an established MOA.
The earlier use of the non-cancer HRF to establish this MOA will have identified the key
steps that need to be investigated in order to ascribe the MOA to the new chemical. This will
prove valuable both in a prospective way in designing new research or testing programmes
and retrospectively in evaluating a data set.

CONSIDERATION OF THE NON-CANCER HRF

The non-cancer HRF is an analytical tool that enables a structured approach to the assessment
of the overall weight of the evidence for the postulated MOA and its relevance to humans.
The framework is not designed to provide an absolute answer on sufficiency of the
information, as this will vary, depending on the circumstance. It must be emphasized that it is
not a checklist of criteria but an approach to data evaluation and presentation. The output
from the application of the framework serves as the basis for the continuation of the risk
assessment of the compound.

It is envisaged that the non-cancer HRF will be applicable to a wide range of toxicological
end-points, encompassing changes in structure and function of organs, tissues, and cells,
including physiological and neurobehavioural effects. The types of toxicity that could be
addressed using the framework include, but are not limited to:

e Organ toxicity: Examples include benzene-induced haematotoxicity (aplastic anaemia),
paraquat-induced lung toxicity, chloroquine-induced ocular toxicity.

e Reproductive toxicity: Examples include phthalate-induced male infertility, dioxin-
induced dysregulation of female fertility.

e Developmental toxicity: Examples include methylmercury-induced developmental
neurotoxicity, retinoid-induced teratogenesis.

e Neurotoxicity: Examples include lead-induced peripheral neuropathy, acrylamide-induced
axonopathy, 1-methyl-4-phenyl-1,2,3,6-tetrahydropyridine (MPTP)-induced Parkinson
disease.

e [mmunotoxicity: Examples include organotin-induced immunosuppression, isoniazid-
induced systemic lupus erythematosus (SLE)-like syndrome, contaminated L-tryptophan-
induced eosinophilia-myalgia syndrome (EMS).

Introduction to MOA

Prior to embarking on a non-cancer HRF analysis, there needs to be careful evaluation of the
weight of evidence for a toxicological response on exposure to a chemical in experimental
animals. The nature of the non-cancer HRF is such that only one MOA is analysed at a time;
hence, for example, different toxicological effects associated with chemical administration,
even if observed in the same animals, will require separate framework analyses to discern the
MOA for each effect. Consistent with species- and tissue-specific variation in metabolic
activation and detoxication, there may be poor site concordance for some toxicants. This will
need to be kept in mind when comparing animal and human data.
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Postulated mode of action (theory of the case)

This comprises a brief outline of the sequence of events in the MOA postulated to be
responsible for the toxicological effect of the test substance. This description leads into the
next section, which identifies the events considered “key” (i.e. necessary and measurable) in
the MOA.

Key events

The “key events” in the MOA are briefly identified and described. Key events are those
events that are critical to the induction of the toxicological response as hypothesized in the
postulated MOA and are also measurable. To support an event as key, there needs to be a
body of experimental data in which the event is characterized and consistently measured. The
types of information that might be relevant include, for example, toxicological response and
relevant key events in the same cell type, sites of action logically related to the event(s),
specific biochemical events, changes in the expression or activity of enzymes, receptor—
ligand interactions, effects on cofactor levels, specific changes in histology, changes in cell
proliferation (increased or decreased), perturbations in hormone homeostasis or other
signalling pathways (either intracellular or extracellular), second messengers, or ion fluxes,
increased degradation of macromolecules, and changes in membrane permeability or
Integrity.

Concordance of dose-response relationships

The dose-response relationships for each of the key events and for the toxicological response
should be characterized and their interrelationships discussed with respect to the Bradford
Hill criteria (Hill, 1965). Ideally, it should be possible to correlate the dose dependency of the
increases in the magnitude (or frequency) of a key event with increases in the severity (e.g.
lesion progression) of other key events occurring later in the process and with the ultimate
toxicological response. Comparative tabular presentation of the magnitude of changes in key
events and toxicological response is often helpful in examining dose-response concordance.

It is important to consider whether there are fundamental differences in the biological
response (i.e. dose transitions) at different parts of the dose—response curve (Slikker et al.,
2004). If so, key events relevant to the different parts of the dose-response curve will need to
be defined and used in the framework analysis.

Temporal association

The temporal relationships for each of the key events and for the toxicological response
should be characterized. Key events should be observable before toxicity is apparent and
should be consistent temporally with each other; this is an essential step in deciding whether
the data support the postulated MOA. Observations of key events at the same time as the
toxicological response (e.g. at the end of a study) do not permit conclusions as to temporal
association, but can contribute to the analysis described in the next section.

Strength, consistency, and specificity of association of toxicological response with
key events

The weight of evidence linking the key events, any precursor lesions, and the toxicological
response should be addressed (see Weed [2005] for a discussion of what is meant by weight
of evidence). Stop/recovery studies showing absence or reduction of toxicity when a key
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event is blocked or reduced are particularly useful tests of the association. Consistent
observations in a number of studies, with different experimental designs, increase support for
the MOA, since different designs can reduce any unknown bias or confounding. Consistency,
which is the repeatability of the key events in the postulated MOA in different studies, is
distinct from coherence, however, which addresses the relationship of the postulated MOA
with observations more broadly (see next point). Observations that may be of value here
include toxicological response and relevant key events in the same cell type, sites of action
logically related to event(s), and results from stop/recovery studies.

Biological plausibility and coherence

One should consider whether the MOA 1is consistent with what is known about the biology of
the target process/site in general (biological plausibility) and also in relation to what is known
specifically about the overall biological effects of the substance (coherence). For the
postulated MOA and its associated key events to be biologically plausible, they need to be
consistent with current understanding of biology. However, when using biological
plausibility as a criterion against which weight of evidence is assessed, it is important to
consider the potential for gaps in our knowledge. Coherence, which addresses the relationship
of the postulated MOA with chemical-specific observations more broadly—for example,
association of the MOA for the toxicological response with that for other end-points—needs
to be distinguished from consistency (addressed in the preceding point). In assessing
coherence, information on structural analogues may be of value (i.e. structure—activity
analysis). Information from other compounds that share the postulated MOA may also be
helpful, such as sex, species, and strain differences in sensitivity and their relationship to key
events. Additionally, this section should consider whether the database on the agent is
internally consistent in supporting the proposed MOA.

Other modes of action

Alternative MOAs that logically present themselves should be considered. If alternative
MOAs are supported, they will need a separate non-cancer HRF analysis. These should be
distinguished from additional components of a single MOA, since these would be addressed
as part of the MOA under consideration.

Uncertainties, inconsistencies, and data gaps

Uncertainties should be stated fully and explicitly. They should include those related to the
biology of the toxicological response and those for the database on the compound being
evaluated. Any inconsistencies should be noted and data gaps identified. It should be clearly
stated whether the identified data gaps are critical in supporting the postulated MOA.

Assessment of postulated mode of action

There should be a clear statement of the outcome of the analysis, indicating the level of
confidence in the postulated MOA—for example, high, moderate, or low. If a novel MOA is
being proposed, this should be clearly indicated. However, if the MOA is the same as one
previously described, the extent to which the key events fit this MOA needs to be stated
explicitly. Any major differences should be noted and their implications for acceptance of the
MOA discussed.
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Life stage considerations

Since the response of an organism to a chemical exposure may vary through its lifespan,
consideration of life stage is important for the MOA analysis of all toxic end-points. This is
particularly true for effects that result from developmental exposures, since organ
susceptibility may be restricted to critical periods of development, may depend on the
ontogeny of key metabolic enzymes, or may depend on the interaction of the developing
organism with its mother (see Zoetis & Walls, 2003). In addition, disruption of
developmental processes may have downstream consequences.

Consideration of the ageing process is also important, for several reasons. First, develop-
mental exposures can result in toxicities that are not detected until much later in life. In
addition, there can be species-specific patterns of ageing for different organ systems. For
example, reproductive senescence has a different etiology in rodents and humans and can
even differ among different strains of rodents.

Human relevance

If it is possible to establish an MOA in animals for a toxicological effect, the next stage is to
evaluate its relevance to humans. The IPCS non-cancer HRF is presented as an approach to
answering a series of three (or four) questions, leading to a documented, logical conclusion
regarding the human relevance of the MOA underlying the toxicological effect. The
application of the guidance results in a narrative with four (or five) sections, which may be
incorporated into the hazard characterization of a risk assessment.

1. Is the weight of evidence sufficient to establish a mode of action (MOA) in animals? This
question is addressed by performing an MOA analysis as described above, the steps of which
are based on the Bradford Hill criteria for causality (Hill, 1965). The weight of evidence for
possible alternative MOAs needs to be considered and a conclusion reached on the overall
strength of evidence supporting the MOA under consideration. The approach also identifies
any critically important data gaps that, when filled, would increase confidence in the
proposed MOA. If the postulated MOA has already been described for other chemicals, its
human relevance will already have been evaluated. If the proposed MOA 1is novel, human
relevance will need to be assessed de novo.

2. Can human relevance of the MOA be reasonably excluded on the basis of fundamental,
qualitative differences in key events between experimental animals and humans? This step
involves a qualitative assessment of the relevance of the MOA to humans. Listing the critical
key events that occur in the animal MOA and directly evaluating whether or not each of the
key events might occur in humans facilitate the evaluation and increase the transparency of
the process. Presentation in tabular form, referred to as a concordance table, can be
particularly useful. The information in such tables should be relatively brief, as a narrative
explanation should always accompany the table. In one column, the effect on humans for
each of the key events is evaluated. Another column for the results in a different strain,
species, or sex or for a different route of administration that does not result in toxicity can be
useful for comparative purposes. Factors may be identified that, while not key themselves,
can modulate key events and so contribute to differences between species or individuals.
Examples include genetic differences in pathways of metabolism, competing pathways of
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metabolism, and effects induced by concurrent pathology. Any such factors identified should
be noted in a footnote to the concordance table.

The evaluation of the concordance of the key events for the MOA for a given chemical in
humans is an evaluation of the MOA in humans, rather than an evaluation of the specific
chemical. In general, details of the initial key events are likely to be more chemical specific.
Later events will be more generic to the MOA. While information for evaluating the key
events in humans can come from in vitro and in vivo studies on the substance itself, basic
information on anatomy, physiology, endocrinology, genetic disorders, epidemiology, and
any other information that is known regarding the key events in humans can be of value.

In answering this question, a narrative describing the weight of evidence and an evaluation of
the level of confidence for the human information should be prepared. Examples of specific
types of information that can be useful include:

e where appropriate, background incidences of the effect at the anatomical site and cell type
of interest, including age, sex, ethnic differences, and risk factors, including chemicals
and other environmental agents;

e knowledge of the nature and function of the target site, including development, structure
(gross and microscopic), and control mechanisms at the physiological, cellular, and
biochemical levels;

e human and animal disease states that provide insight concerning target organ regulation
and responsiveness;

e human and animal responses to the chemical under review or structural analogues
following short-, intermediate-, or long-term exposure, including target organs and
effects.

Obviously, a substantial amount of information is required to conclude that a given MOA is
not relevant to humans. If such a conclusion is strongly supported by the data, exposure to
chemicals producing toxicity only by that MOA would not pose a risk to humans, and no
additional risk characterization for this end-point is required.

The question of relevance considers all groups and life stages. It is possible that the
conditions under which an MOA operates occur primarily in a susceptible subpopulation or
life stage—for example, in those with a pre-existing viral infection, hormonal imbalance, or
disease state. Any information suggesting qualitative or quantitative differences in
susceptibility is highlighted for use in risk characterization.

There are several aspects relating to life stage that should be considered in the non-cancer
HRF analysis. First, the analysis should consider the comparative developmental processes
and events that occur in humans and the animal model(s) (see Zoetis & Walls, 2003). This
comparison will demonstrate the extent to which developmental processes are similar in
humans and the animal model(s). In general, development is highly conserved; where this is
the case, it would lead to a conclusion that the MOA in animals is also plausible in humans.
However, there are some developmental processes that are unique to some species, which
may therefore lead to a species-specific MOA that will not be plausible in humans.
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Second, the analysis should consider the phase specificity or relative timing of the
developmental processes or events in humans and the animal model(s). Critical
developmental events may occur at different times during ontogeny. Some developmental
events may occur early during the prenatal development of the animal and relatively late in
human prenatal development. Other developmental events may occur prenatally in humans
and postnatally in the animal, or vice versa. Differences in timing of the developmental
events can have an impact on the dose metrics if there are substantial differences in placental
versus lactational transfer. Similarly, a comparison of the ontogeny of key metabolic enzymes
relative to the key developmental process may reveal substantial differences between humans
and the animal model. Such considerations may lead to a conclusion that the animal MOA is
not plausible in humans.

3. Can human relevance of the MOA be reasonably excluded on the basis of quantitative
differences in either kinetic or dynamic factors between experimental animals and humans?
If the MOA 1in experimental animals cannot be judged to be qualitatively irrelevant to humans
(no to question 2), a more quantitative assessment is undertaken, taking into account any
kinetic and dynamic information that is available from experimental animals and humans.
Such data will of necessity be both chemical and MOA specific and where possible should
include the biologically effective doses required to produce the dynamic effects giving rise to
the toxicity. Kinetic considerations include the rate and extent of absorption, tissue
distribution, metabolism, and excretion. Differences in ontogeny can result in substantial
species differences in placental and lactational transfers, which will affect the dose metrics.
This may therefore result in a quantitative difference in the MOA between humans and
experimental animals. Similarly, the differential ontogeny of key metabolic enzymes can
result in substantial quantitative differences between humans and experimental animals.
Dynamic considerations include the consequences of the interaction of the chemical with
cells, tissues, and organs. Only infrequently is it likely that it will be possible to dismiss
human relevance on the basis of quantitative differences. Since quantitative exposure
assessment is part of the subsequent risk characterization rather than the HRF, the difference
would have to be of such a magnitude that human exposure could not possibly be envisaged
to reach such levels. In most cases, it will not be possible to reach such a conclusion without
undertaking formal exposure assessment in the subsequent risk characterization. Hence, the
answer to the question will be no, but it may still be concluded that the risk is negligible in
the subsequent risk characterization. Melamine-induced urinary bladder carcinogenesis
provides a useful case-study illustrating this point (Meek et al., 2003). Again, tabular
comparison of the data from experimental animals and humans can help in the evaluation.
Information from studies of other compounds acting by the same or a similar MOA can be of
value. As understanding of the basis for differences in responses between experimental
animals and humans improves, differences in key events thought to be qualitative may be
shown to be due to specific quantitative differences.

While it may not be possible to conclude that the MOA for toxicity is not relevant to humans
on the basis of quantitative differences, during the evaluation it may become apparent that the
magnitude of those differences is sufficient to impact markedly on the risk assessment.
Hence, it is particularly important that the narrative for the answer to this question be
comprehensive and capture as much quantitative information as possible.
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As with question 2, if the response to this question is yes, then exposure to chemicals
producing toxicity only by this MOA would not pose a risk to humans, and no additional risk
characterization is required.

The preceding three questions comprise a decision tree (see Figure 1).

Is the weight of evidence sufficient to establish a NO Continue with
mode of action (MOA) in animals? risk assessment

| YES

MOA not YES Can human relevance of the MOA be reasonably
relevant excluded on the basis of fundamental, qualitative
— differences in key events between experimental
animals and humans?

| NO

MOA not YES Can human relevance of the MOA be reasonably NO Continue with
relevant excluded on the basis of quantitative differences in risk assessment
< either kinetic or dynamic factors between -
experimental animals and humans?

Figure 1. Decision tree for determining human relevance of an MOA for toxicity observed in
experimental animals.

Potential implications for dose-response assessment

Should it not be possible to exclude human relevance of the MOA for toxicity prior to
proceeding with the risk assessment, a further question should be addressed. This is: 4. Are
there any quantitative differences in the key events such that default values for uncertainty
factors for species or individual differences could be modified? Such information, on either
kinetics or dynamics, could be used to calculate a CSAF, in which one or more of the default
values for species or interindividual differences in kinetics or dynamics are replaced by a
value based on chemical-specific information (IPCS, 2005). The other components of the
adjustment factor would retain their default values. Such information may lead to either an
increase or a decrease in the adjustment factor relative to the normal default.

Published case-studies

In developing a framework for assessing the human relevance of MOAs for non-cancer end-
points, ILSI/RSI also developed a series of illustrative case-studies. These were on molinate-
induced inhibition of spermatogenesis (Kavlock & Cummings, 2005a), renal and develop-
mental effects of ethylene glycol (Corley et al., 2005), developmental neurotoxicity of nico-
tine (Slikker et al., 2005), phthalate ester effects on male reproductive development (Foster,
2005), vinclozolin-induced malformations (Kavlock & Cummings, 2005b), developmental
effects of valproic acid (Wiltse, 2005), haemoglobin-based oxygen carriers (HBOC)-related
congenital malformations (Holson et al., 2005), developmental effects of angiotensin-
converting enzyme (ACE) inhibitors (Tabacova, 2005), developmental ototoxicity of
polyhalogenated aromatic hydrocarbons (Crofton & Zoeller, 2005), and propylthiouracil-
induced effects on neurological development (Zoeller & Crofton, 2005). While these cases
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covered a range of end-points, most involved effects during development. Hence, there is a
need for additional case-studies on other end-points, such as those indicated above. As
experience is obtained in using this framework, some of the published cases could be further
refined to provide valuable illustrative examples for training in the application of the
framework.

In general, the cases have been very useful in highlighting a number of the key issues on
which this non-cancer HRF is based. Examples include the importance of the concordance
analysis, the value of quantitative information identified during the application of the
framework when it is not possible to exclude human relevance, the need for a transparent and
comprehensive narrative when reporting the conclusions of a framework analysis, the
importance in identifying key data gaps (e.g. case-study on molinate and HBOC),
identification of research needs (e.g. case-study on vinclozolin), the importance of
understanding the formation of a specific metabolite, and the importance of establishing a
robust MOA through the application of the Bradford Hill criteria (Hill, 1965) to the key
events.

Statement of confidence, analysis, and implications

Following application of the non-cancer HRF and answering the three (or four) questions, a
statement of confidence should be provided that addresses the quality and quantity of data
underlying the analysis, the consistency of the analysis within the framework, the consistency
of the database, and the nature and extent of the concordance analysis. Alternative MOAs
should have been evaluated, when appropriate, with the same rigor. A critical outcome is the
identification of specific data gaps that could be addressed experimentally to increase
confidence in the analysis.

The output of the non-cancer HRF provides information that is useful for more than just
determining whether or not the MOA for toxicity in experimental animals is relevant to
humans. It can also provide much information that is critically important in subsequent steps
in the risk characterization for relevant effects. For example, it may be possible to develop
CSAFs on the basis of the information provided. Application of the framework can also
provide information on relevant modulating factors that are likely to affect risk. In addition, it
can identify those elements of a proposed MOA that operate only over a certain dose range.
Where an obligatory step in an MOA occurs only following a high experimental dose of a
compound, the relevance of the MOA to human risk is determined by the exposure. Thus,
effective exposure assessment is particularly important to the evaluation of human risk from
such toxicity.

The analysis also contributes to the identification of any specific subpopulations (e.g. those
with genetic predisposition) who may be at increased risk and often provides information
useful in considering relative risk at various life stages. This may be based not always on
chemical-specific information but rather on inference, on the basis of knowledge of the
MOA, as to whether the risk in specific age groups might be expected to differ.

The data and their analysis using the non-cancer HRF should be reported in a clear and
comprehensive manner, so that others can determine the basis of the conclusions reached.
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Although the specific form of presentation will vary with the type of data available, a
structured report, including the key headings from the framework, should be provided where
possible. Presentation should include sufficient details on the context and thought processes
to ensure transparency of the conclusions reached. The inclusion of concordance tables is
strongly encouraged. This increases transparency and facilitates peer engagement.

USE OF THE FRAMEWORK AND ITS OUTPUTS

The IPCS non-cancer HRF, which is based principally on robust concordance analysis of key
events in postulated MOAs, is envisaged to be of value to both the risk assessment and
research communities as a basis to contribute to harmonization in several areas, including:

e adequacy and nature of weight of evidence for postulated MOAs in animals and their
relevance to humans;

e MOA integration across end-points;

e criteria for transparency to ensure sufficiency of peer input and review.

Among the strengths of the non-cancer HRF are its flexibility, transparency, and general
applicability across end-points. This includes determination of the nature and shape of the
dose-response curve, the identification and location of biological thresholds for individual
key events, and their consequences. In addition, consideration of the kinetic and dynamic
factors involved in each key event is informative regarding the relevance or not to specific
subpopulations—for example, in early life, in those with particular diseases, or in those with
specific polymorphisms. Alternatively, application of the framework can provide quantitative
information on the differences between such groups. Human relevance analysis may also
indicate that a species is inappropriate for evaluating a potentially relevant end-point because
of dose limitations.

NEXT STEPS

To ensure effective adoption of the non-cancer HRF, there will be a need to train individuals
in its application and in the interpretation of its outputs. Experience is being gained in the use
of the cancer HRF, and the expertise gained would be applicable in the training of others in
the use of the non-cancer HRF. Training would be facilitated by the availability of a number
of suitable case-studies. Those published to date would be a sound basis for further develop-
ment for this purpose (Seed et al., 2005). In addition, cases on a wider range of end-points
need to be developed. It would be helpful if organizations with experience in non-cancer
HREF analysis could develop courses and make the materials available to others with suitable
expertise to help in training.

A database of generally accepted MOAs should be compiled and maintained, together with
informative case-studies. Such a database would be of particular importance as experience
continues to evolve in the development of MOAs and in determining whether the MOA for a
compound is novel or has been described previously for other compounds.
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The current non-cancer HRF, which arose out of the IPCS cancer HRF, is focused on non-
cancer end-points. However, there are marked similarities in the philosophy and strategy to
evaluating cancer and non-cancer effects. It is strongly recommended that one of the next
steps in harmonization of risk assessment of chemicals should be the preparation of a unified
HRF that is applicable to all toxicological end-points, including cancer. The integration of
framework approaches into the risk assessment process should be further elaborated, in which
illustrative examples would be of value. Some guidance on problem formulation before
embarking on an HRF analysis should be included in such a framework document, as should
guidance on the use of the outputs of HRF analysis in risk assessment. For example, during
application of the framework, a much deeper understanding of dose-response relationships is
often developed, which should be taken forward into hazard characterization. As indicated
above, knowledge of any dose transitions is invaluable in interpreting exposure data.
Identification of key events in the MOA can provide insight into the sources and magnitude
of interspecies and interindividual differences.
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AT HENEAINAGEIC, T AUTKT 5 TR 13K 725705, MOA 2T 5
keyevents 23FAETH 2 & F7o, LUFIZHAT 2 EHEZ I LTV D 2 & i ILGET D B
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DM, HDHWVITE BRDND G LivZewy, L LA 5, key events (2B 5 K& 28 H X,
FROEIBRETLE2—Z2B L THILIBERITHEOOND Z L HMETH D,
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FEE DAL HES:, lifds B EOM T2 b, HH5E, ﬂ*/DHEV/XPHEUD«/57ﬂ‘ﬂ/ﬁséﬁﬁ40)argw
ZARR-V JT 2 RHHAAER . DNA R EIRA~DFE, S~ DB NG END, Flz
FRAPEIEIROIE R & B L T\ D EHEE S NVA B OI 4TI 1T 5 key events 13, rfifﬂﬁﬁ%%ﬂﬁ
MRERIZ I 1T DM FEE O & ERFEIE D EA TH Db Lt Blloflé LT, V@i
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3. HERIBEHRD— BN

Z Ok 7 ¥ 3 > ClE Bradford Hill ZEEDOBLE NG, EALEILD key events & 03 A D H -0 5/
FOGBARZ RS, 20 OMERRICOW TR T D& 71245 5, HAAMIZIE, keyevents D
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BNk A,

4. FFRIRIBTE
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L TCWDEENPALSDOTEMEZEZ DT MOA ZXFFLTWDNE D MERMET L2 IT UL 6780,
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Bh~ BEE M D [ RE

2000 7. EEDOH — %/ BT IPCS N—FF AP —arFudey MRS ET —

VT T N—T L STz (IPCS, 2000 4) (Z OO IPCS U —F> 77— 1%, b hBHE
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ILSI/RSI U —F% > 7 7 —FL IPCS 77 v K7 4—RU—27 g v 7Tk, {ME0{LZmEo
MOA % XFFT 2 DI+ 5377 — 2 ORI ED L B b ) REIZE LT, FHIAFZE0 H Chil %
FL. HLWD MOA 227 ANAIZIIRI R a B o b ANKETH S L O (k) 2R 1L

TIEHWDR, ENHLSMNIOWTOFHEIIMORI L T, ZOEIZBIT28HmE v K
& DI DOELEHIZ2EV NI DOV T D MOA ST OREHE, 7L —2 T —ZIZBITDROD AT v 7D
SIS BT D,

FEBREMW LD D key events DRARY, BRIZREVMIESVWT, MOA DN DR
EZ S HICHER T 523 TE DD

ZOEMOIEIL, IPCS UV—7 ¥ a3 v AT 2 ERIIKT 2 B O BEBREWIZOW T O
%%} T ILSURSIHRF |[ZF2# STV LE 75%/7*%%:2%7‘_075@ g R ~D[a%& T, B4 MOA
N bA~OBEMEZ R E WV D fEEma I, Fo& 0 & L7z No) LFFESN TV
mole, Fiz, mmMMkaoﬁm#mmiﬁ ZHRRT A BRICRIBEIC R D FREER H D Z & b
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kST, FOT=, BRIE Yes/No DREIEZAHEICT D X ) IWCESHBI NN, 8T &
D ERTT OGP BT AR @72 b o T < . FIATFTRER T — % OB RMED & % fiE
WD WTZBH PRI S LB TH D &V ) BiRIC IS X | TEEMIC] E W IR FIT A6
iz,

ZOAT v 7T, & MBI LFEPAOAEEMEE MOA O BEME: 2 EERIZEIii+ 2 Z & T
H%, B MOA THRAETHEHEERFFED keyevents U A 87 v 7 L, ZHEID key events 73
b NCRAETLIDENEEEFHIT 5 2 & T, BET 2 EROME & ERAEDOH DR DS
70%, —FF (concordance table) & IMEFALHRIZATORRRIT, BN R 2 PMEICT 2 OITHEAL
2 (flE LT, FHITE 6:7 1 m ARV LT BEITHE O B ONTIROIES; . Meek ., 2003 42, &
7, ARE RVLATTE RIZBET 2 HFIFIE. McGregor &, & 3 25 M), HENSBILZE S -8)
WZBITD o DERIZETHEHRE & HIT, keyevents (KM OVEE E i d < Do B
TrtR) DYARNT v 7EINb, ZRNHOROFHRIFMRICTHZ ENEREINTEY, RIC

IERBASIRIRA SN S Z ERTREND, ARIOFITIEL, % key events (2D Tk h~DB%
%ﬁbfw o BMOFIE LT, EEAFAELRVBIORM, FE, M EoEE5RE TORR
IZOWTOIFEHRIT, MEEH %’%‘E?‘é%Tﬂ/k@J:tixha?&?ﬁ)?%"%ﬂéiaé\iiﬁ%f“&)%)o IHIT
ZIVBRIT key events TIX72W 3, key events 22 b S 1, FlHZEF 72 IXEIRZEICH 59 5 K 723 [F
EINDZ kifi&)é O XD RRFITIE, R OB ER, HE T 2RI & O F R
HITTDHREBIC L > CHRE SN OMIEEN S £ D, FESNTZZD L 5 BRBERITT T, —
ﬁ%@ﬂﬂ@luﬁﬂﬁéﬂé“\%f%éo

t MZBIT D H DG D MOA @ key events D —EMEDFEAMIL, & DR E DAL WE OFAT &
WO ki, B MIBITS MOA OD.JMﬂﬁ“C%Z) — MBI, FIHID key events DFEMIT L FE LT
R TH 2 FTREMEDR SV, B IE, T o WEOIIRICIIT 57 = 2 7L B X —)UiC K DR
%ﬁm%\%E®?F7H~AR%O%fLi57UmTwA#E®%@%%ﬁ%%®EWﬁE
Thd, TOBRDERIT MOA IZBWTED IR LDOTH Y, FIAIX, LA THETERIT
SLHAMRER R ETH D, v MIEBIT D key events DFHIIZFIH T 2 1F®RIT. (LFWED in
vitro XN invivo sBRICHKT 2 & D DIED, T, AT, NOWT, Ba7, &, O
t ~® key events (ZBT HEEAOIEHR L E ORI RIGERN T END, FEOFWEIZEHEL
<EESHLIzE MTEIT D key events DFHIICBI T D 1FHIZ. AFTERNI ERZUY,

MADFAE « HATICET HMANERB SN D ICoN T, BET 5 7 1t 20HARN W5
FNFIZIEE SN TN DD MOA A DOE D Z ERAHRIZAR D2 LivZewy, ZRIC X0,
MOA Dt h ~DOBHEMEIZOW TS AT DBRIC ., Z DL FE OFREEA) 72 15 o~ DARAFEE DMK <
RHMNE LIV,
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t hOEREEBDOFEHRE O—FMEEZFHET HEEICIE, D BT AOEAFITEHIL, Bk
DIEFROGHEE DT 2T OMENH D, AHRERO BRI REEE L TE, UToXH7%ed
DONRBH 5D,

1. G DR BN K OB OFEERIZ 31T 03 AV DFEASR « A lm, MR, AFER OMB e
ZOMOEREER T2 ED ) 27 R T2 &,

2. FRBYERALOMEE L HEREICBE 3 2 R0 5 - ZEPERY, MIEEY, AEERI LV TS A IS (RIR
. BRBREERY) . IEIEAS 2 5 e,

3. b P ROEM O EIREE RIS O L QUGB B4 D IR 2 4RI 5,

4. L P EERIIESERD, HRE LR HIFEME EITHUMEICHT S e LR UEH)
WD RS - BRSO & & e,

LI HRO MOA 23t MIBE L TV EfliamS1) 2121k, MY EOHRBMLETH D,
ZDOXIIRFERNT — XK > TS XFESNTWDE R BIE, £0 MOA IZX > TOLEMWONE
BEFHFEINLFEWEIL, & MR T AR ACET I —REHFEF, 2o RARA > b
Wk B U R 7 HEZBITIT O LEIEZR D, BDAET AT — KR Ze0n=o, Wt ol
R DRBAY AT T2,

B OEMIE, X TOERMETA 7AT—UEEFE L T DH, MOA BMEMT 2 RME, 4
ZIETTICTANRITEE L TWDE b, RAVEARTUAOREEDOHLHE b, T E A
STWDHE ML, BEZEOBWERETILITA 7AT -V TRIDAEERSH D, 7147
AT — ORI DIGEICET DRk 2 7B REN R O #i0Im 2 B8 L C, IEN7 A 7
AT =V ORIPZBIT DI BODLIAET D0 E I MR RERR LD TN D, 2o R
HI7RENEZRBT 2007 51 Hb . VA ZHEICHNWDTEDICREIND,

%%@%aﬁtwﬁwﬁ%Miti%ﬁ#%%@wwfhﬂmﬁwﬁﬁmﬁﬁwf\
MOA @tr«\@ﬁa P2 A A \—‘EFB/%TZD\_&Z)VC?-Séz))

BREOXE iIKBU 7 va v I BERNZXET A RO EHRAWIZ OV T O
%xfflmmwan_ﬁﬁéMthi ﬂ%ﬁﬁéhiwm@ﬁﬁﬁﬁEﬁfiﬁﬁ%Mm\
N F~OBEMEZ Rz 720 E WV ) w2, To& 0D & Le No) LiFESN TV
Nole, TD=H, BT Yes/No D[RIZ % Al HE #5&9 EEHZ ONZN, TETUADE
AT D Z G B B PE I B A b D TIE AR < R ATREAR T — & OB D & B T I
AW RHERPHIBINLETH D LW FERICE S & TEHEMIC) LW FEIR Tz snt,

b b ~OREMET O BRI TIX, EBREMO MOA 2Nt MIEMANIREEMN H D Ll Sh
éﬁA X, EREHEE FOFTENLHELND H B P HENRE K OSEZE R A EE LT,
B RFHMERLETH D, ZDOX I T —HXik, LRI m%% TN MOA ([ZHFA Db
@T%D\@%%&%E:Lié%ﬁ?%ﬁﬁ%ﬁ%t*?t WL )R B e RAE T
%%%ﬁﬁ%@f%é BREROE I, (LM E O IA R, \ﬁ R X ORI O ME e Y
FRERFZELNE £, —F, iﬁ%mﬁﬂ X, LW LM, MR R OERE & O AERO
ﬁ%ﬁ)aiﬂéo
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REfr, 2O OB EZED T 72DIC BB L SN D EW TN EZ KITTHEDN, B MW
TTT*T%%’&ﬁ&éOik\$W%y®797?yxﬁkkwwmmﬁﬁﬁﬁé$%$%
T ACBITLEENEVDRRETELHD, %%M>M0Aﬁn:b’i%Liim\&m5:
EHLHVEDS, L, BRYRERIZESNHT MOA Ot h~DOBEMEZGET D Z LAk
5D, TKENTHDHEIPCS V—7 ¥ a v 7 TIERBE SN TV D, B & RERIC. 9@%&
et NOBERT - X 2R THET D2 LT, FHMiZ2RSICT D2 enTEd (BlziE,
FHMIIE 5, 7 =/ 2~ EF— T EEITHE D HURIRIESS . Meek &, 2003 4, % 6; F7 Y E/L
(2B B HBIFSE, Dellarco &, AKE, £ 4 W), RO MOA IZL > THHREZFETH EEZ
STV AL B OIIE S RIE S4L72 key events & DG L HFHATH S, BlzIX, 7
ELDEE, B MBS T = S0 E X — L OZNRIZET A 1EHRIL. MOA O BEN: % 316+ %
ECHICAERTH o, TR OERERN T 7 e —F ik LT 1o, Bk O0e k
(2B 2 SO ORELINE R OFE S OEfER W LT 252 THAH, BWET L EE FEDMD key
events (23T D EMEMIRE NN, FFEDERMZEWVICELD LD THDL Z EBRHLNIRD 0
Liviev, 084, 82 OWT (Eik) ~oRIE%E No) ICAEET 5,

2 LRk, @Ww#7m®F:bmeJT%ni Z D MOA T & - T O LB IEE
EHERIEDHEWEITE MR AVICET AN =2 575637, 20 RRA v MBI
HBIMO U A7 HEIZLER D,

fEHE M, AT R ONRs D FCak

3ODMNNTOENENOREFTMITHN T, FTOREMEL 27— 2 DH L&, 71— AU
— 7 WCOfTo—BM, 7— 5A~X@*§ . BT OV L RREEIZ OV T OEEME
WTORBNRLETH D, Fiz, @%ﬁ%@@&ﬁ&ﬁ%mwkﬁﬁﬁﬁM@m@ﬁm%ﬁ
AR T D, BRI MOA &2 m B O TV RAOELTEFHSITER L, F Ok
HE LT MOA OEFEMZE® D Z &N TE DPRROMIE CERBRIICFF R T — 2 ¥ x v 7%
FrETHZ EDBMDTEETHS,

2, B oEm & L@ 25 MOA 26T 2L FWEOFNA Y A7 IZET 2 ER72
BT =2, Tiebb, TOMEWRE MIBBRAMEEBT D ENOT —ZBWFETH I &
MWD, K, TOX T —XX, & N~OREEMEFHIOFETRIC N2 OELEZH X5 THA
I. L2, B TIIMOA ML T 5 Z ENARETH DT H 20D 6T, B FTO key events (2
Fﬁ@“érﬁi&bWJr w;w t h OB EMEIC DWW TR e kR A2 T 2 M:f%m\%/\ﬁ%
D, TOLIREAIE, BT —FEAHATLET, ZOT X v TEEOHDLIENT
DL LR, ﬁJzi HERRPTEE(LZ B (CAR) OIEMHELE T L CT = /L EH —)L
ERBRDIER 2 L CHIEE 23R T 268 MmD e hTO key events (BT 57 — & _X— A3 AR5%
ETHDH, L, MBEMEHED 7 = ) AV EXY — VICEMMIZ<KELTH, B FTIEENA
LW T & 2R T REE 7= 2 FNT — 2 R D, LTEN-T, 1 DORFEEE LTI, Zhbo 7
= )NV E R —VIZET AN S T o IR 2755 28% MOA % it ﬁ#éﬂﬁ@m
AT HONWT TEHE L, 20X MbEWIc k> TSR ENHEEIL. b MIBTH{bE
MOV A7 FMIXER RN RSO A Z & Th D (Holsapple . 2006 4,
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Z DK ) kI, ERET — Z OEHENE K ORER ST G O FEE D MOA & 5517 — 2 I3 F)
HFTREZMEA ) D MOA & ORI D TIRTE L T\ 5D,

ZOT7 V=AU —7 ZRPRFEICEAT 5 & BIEOMEDZL X, B MOA DTk Ve
k& OBIEME DR 2 RS2 T 5 K 9 RBEERBWICHL L T W2 IO N TH D, %<
DEE. TOZEIE, TTTRALIZE D BT 7 L — LT —7 TOT — X ORFHIESWT,
FERT A Xy v T E2EANEZ > TRB L TWARWZ ERERKTH D, 2D X HIZ, HRF &
AW s = L3RR it O I B HAFIEEIZ & - TIEFITHEWR TH 5,

M-I Db EIEMEMAT OFERIL, O RARA b3 MIBEET L2028 90
FHWT 2720 Tl TR EICHEAREREZRILL TSN D, LA, B H DIENTT
7L —AU—7 OFR CEEER ARG D Z & T, BT 5B Y X7 BT D IROERE
TE < O TEEZBIFRIP RIS D, HE SN HEEEEICET 5 MOA Ot hESEM
FRNTICFE S Z & T, BlxiX, B CRESNTEREN E MCBWTRAERME T 20 E9
NETRUTDHZENARETH D, £/-, HRE #3252 & T, BRIFAST 77 %22 B 72
EDXHT, VAIIZHEBE B2 DO S 5T 2K BT 2RSSO 2 &
232\ (4- Aminobiphenyl (2B 32 FHIAFSE. Cohen &, AEAEZZM), MbTILE-, HEESND
MOA DIERRERD 5 6, —EDHELL ETOBRMERT 2 FREMED H 2 B DIT DOV T OFREE & ik
T5HZENRZN, MOA ICKERAT v T a5 & 2T RO O FEER E A RO L
BORMELINDGE, B FOU A7 LOBEMITIESEOREL 25, ZO L2, TOHD
URAZHEBIZBIT DI EFMMAT » I, B N TORPBAMZBEINIFHMOIT A 7-DICEETH
Do IHIT, 7 b— AU —J T CTHRIE SN2 IEHIZ. MOA @ key events (2D < NP — RDE
BLIZBWTIHERICERR LD LY 5 5,

EERZ L0, b MEEMEMATIZ, U A7 KL TV DRIZREN (BIsmHFEKZ %
M7e L) ZRETDHZLICHEHEE L, LIZULIX, #kax R T4 7 AT —VIZB T 25 U A7 O
FHIPH T A EMA R L T< D, BAICL > T, I EERA OB RICESL DT
1F72 < FEEDERIE D U R 7 ML TV D 2384 LTV D M2V T, MOA OHIFRIZEE-S 0
TWa5HaLH 5,

T =AU =7 EHWT =2 RO ORNTIL, WD & 5 H1ETHRE S, thoFD key
events, ffldd MOA DRSOV e |~ & OBIEMEOREHTIZEY L TR L 2w ORI 2 Hlr T & 2 &
INCTRETH D, BFMRIEREUIFI A TR T — % ORI L > TERAR D720, FWA L
DEITHRESNDEREDEHET D Z LICEWRITZR, L L, BIEE Lz oE M & i
TH70IC, XRCBLZO T v A L THOREMBERBEEN T RITIER DRy, 5
BR#Eh & b NTEIT D key events DILEGHENT 72 &, FFEDT — X R T HBR121E, @Rk %
R+ EBNHEHTH D,
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TV —AhU—7 DE R
IPCS HRF O} EiEH % BT 572010, —EIIZZ T AN STV D MOA L H ik EHl D
— AR AL n’:‘é%a“éz\gz)%éo X, B MOAs TEHS 5 vlgEED & 51k
é\%@7 L— LT — 7 T O TN D ARSI TE Z) X9 —HD MOAs & ZHUZBHE L7 key
events THERK & TV 5, FHBIAFZEIL, %W‘@%ﬁdﬁ%ﬁ}‘z ENTEY, ZNOITHN ARG E 5]
T ZFHEE MOA DO ANE R 5 72 DIZ B/ BN OFEM OBEE & — v 7 A D E AT
JOWEZRTI2OIL, 7L—2 U =7 2T SN TW5D, 2089 RFEFZEIL, il
VY MOA % B3 5 W BERE CIIAFICEETH A 9,

DNA A B~ IPCS HRF D3 A
FolkEaE B ORNAT a2 RHELERSH Y . DNA ISR D AWEIZ L 5 DNA }:03%)3
AR EAER AL L T D72, — R DNA BUGHER DB AME X, =F Lo AxT4 R0l
(Meek 5. 2003 4£) @ X 9 (Z ILS/RSIHRF @ [#1#D MOA O keyevents IXbe hTERZY S éJ
EWVOERIZH L [Yes) OAT v 7Ty L3l S 41, IPCS HRF (23517 5 FEtERMICHY T 5
[EZEREIM L~ & DD key evants DARARRY, EHIZ2E ﬁ;ou\f MOA Dt k& OREE:
EEHICHERT D5 Z LN TE 50y OEMIZXT L 4-Aminobiphenyl D354 (Cohen &, AFE)
[No| DAT v T~ LIS D & TRIND, mIEDFHIC T, Preston&Wllllams (2005
) 1. DNA SUGPEFE 2N AME 2% 5 ILSI/RSIHRF O D FaE#t & 72 2 JEI5E % O key events
DYy FERR LT, 2O, 3L A LD DNA S LEWEIZ oW T, B4 MOA 1Tt b
BT 2 & TSNS &) BfgZ R L7c, UL, #8236 5 AlietEn & v | ILSURSIHRF
ILZNOERFET HT2ODEERY — /LIl D & bfafi 47z, ILSURSI HRF & IPCS HRF % {if
HAT2Z281F € b~V R ZAFT2BITERH D THA ) T oL & FOR D key
events @Eu\%“ﬂﬁftﬁ“éo) *fm&“io [EBRAS A FERERS (TARC) D L B = —7 1k 2 THIWr
SINTL O, TRTOIF > HEEICI T D DNA SUSHERDBAWE R SORNBAWETH D &
ﬁﬁiéﬂ’(b‘éj’) FCIE AR, _h%OﬂﬁJ%O)b%om ZOWNWTIE, BOAMICEBITLZ0OE -
FothEMOENL, & EBRZOIED~DIZ BEDIDVRN L FHITEIIELLTO
N AMEZ R T DE P ROHIOREEORIITER L TWD, LLRBL, Z0X57%
EWVOHBE IMIC S AEMFNBLRIZESS OB D, HlZIE. DNA SUGTEF A A Y- ) FE 7
H72as B CORERZFHRET 250, MOA IZHT 2RI ATRE/R T —Z 2 B[R T 2R & 508,
Z @ key events |[ZFED < i) MOA (3t MIIZBER RV ATREME S &5, FERIC, B M TET -8
A & bR U C— %A DNA B3 7 v & A 235 L T\ % (Cortopassi & Wang, 1996 E'Hanawalt
2001 52) . & 2 \WNET o IR O EERNTEMEAL ORI N & H Z L 75 IPCSHRF IZ81) 5 5
BREI) & b ORID key events DIEAR, EHIZEVZHESNT, MOA Db R & OBEMIT A
FINCHEBRTE 220 RO/ F203 TEREM & b SO OBBREN F 7213 122 B OV
DD EAYRIEVMNI SN T, MOA Ok k& OBRFEMEIIABIRICHER TE 2200 LW o RviTx L
Yes] DAT v T ~EHELATREIERH D, &HDHUME, IPCS HRF (X2 b D7 nt XZHET 5%
D% DY A7 HITE OB g THIH AIRE 72 E EIN R R A 2HE L 5 D,
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DNA SIS AWEIZ IPCS HRF %3 H 3 D BRIC B2 2 L id, 0N AFe 2 BRI CFiH 3
% —1E®D key events ZBHFE L, HETH D DNA BUOSHEFE D AMVEIT T 2T > WIS T 2303 A
MOA Ot s ~DOE M A NI T AT DI E LTI E2HHTHZ L TH S,

IPCS HRF KOt Y R 7 54

ZDTL—AT— 7 OERE, TN, HDHWWD MOA 12X > THERT 2B AWE~D R
7 FHVE R OFE DS AMEROS I BT D4 keyevent DB ZRE T HHESI L Vo728 TH D, ZhiZ
1. HEMSEHBROME OWRE. # % D key event D RMEDIFIEDFFESRLZE DIEDFFEK NZEI 5
DIEIE O SOSHR BRSO BORENE EN 5, S 51T, % keyevent (253 2 BIRER J OV
NEWRN A2 EETDH LT, BEDEN, Bzl \QE&AQ %m@f$%ﬁoAﬁ ES
TV E DA T2 2 B0 N 2 16 B 380 A SO 0 BEME O (2 B9 2 e Bl 5
ZEMARICR DL LR, HDHWE, TL—AU—J EEATAIE T, TDL IR L
— 7 OENIETHIEENRIEREELIENTEDL, 7Lb—2U—JO@EHITE., BB A
PEEOS BARDS B MZIEBEMEN W EfEm DT oo ma Th, ALFWEO Y 2 7 3Hhic s
WHRHDIZRY H 5,

BEATIRR72 K 512, MOA T & & b ~DBEMOFNT X, U R 7 3l T 5P — F@%
TE & ERE RN O BEPE > —1BI1H Td %5 (National Research Council 1983$ : Meek &, 2003 /F), =
DT L—hT— 7&/01 AXETER LTS B F~OBEMEIZE T 5 FFEIT. Bk
HDOTIIARWR, RO E @Jx7ﬁm_aﬁ#éo_Mi TR Y AT Gl &7
I 7o DI, %%E’Jﬁn%ﬂﬁk%ﬁiﬁnfuméﬂt GO EZFNT 572107 T <. BEA
ERAIEDTFENZ BT DG FME DO b h~DIEBEL_NAA~OIMFEME LT L0 TH D,

A% R OREPHEFHM & OB 3 2 MOA f#fTIE, — 72 HEE CRaEF O REMEZ ] O DTk L,

70 Y A7 FHliE, EEREE K LTI OEEN AT — R &< BICBT 2 SOk CRlia 3
é%®f%50927ﬁﬁm\*$% ICERABE L L THIIES LTV D B MBI 2 EEBOMY
ERATHAREMEZ B L, HET A0, ZNHOFEEBEL b b~ X< TR L ORE TR
LEDETHHEDTH D,

MRS 2 BT 5 2 L3 " — RORERIAMIC R & 72582 JAF T WREMEDN D 5 72
MOA AT D EERER TH V) | EWFHIERIERY 2 770 & A0 61T 2 BIEO 2D WA L
TWLGEIIIFFICEELRERTH D, FKIS, HEICEE L= F2ERIT 52 LT
W ER R L A TED B DIMIET VAR T 5 2 LTy U R ZFHEO 7 1 RN,

INH ORIV E MEIKBELVVERHET S 2 LiX. U XA ZFHIICI T 21E < BT O
METH D, JHUCITIEY ., BRELAR, B, BB T AN OE LN T — X OJRE
RfETINEEND, ZOTrRvRAXET, B hOIEEINRY— | T4 T AT —UREFRRERE W
STIXLKFEZE L2 DT AREMED & 5 R OMENTIZ BIKFT 5,
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AL, ZOHRICESWTRESN2EHERET 72010, 82 28 (B, ik, ik,
FLAE, RIEMERCIRZE 7 £l ﬁo<%%ﬁ%l)%ﬁ%kbt%ﬂ%h@i<$5®%l iln
HYFTUVAMERSNDZ ETHD, TOKRKEGN T L—LT— 7 TG ENTNDHI AT — R
ORPERHIIC T ERL (HERIGHNT) NEEN TR, SMBIE BEOHEE RO LD OHfE

EIXSFERICBT AT —RFO@BIX, VATFHEIZE ENDHEDRD AT v FITBWTITHI
Do BlZIE, AT IO (FEHIRFZE 7. Meek 5. 2003 4F) Tid. ##dD MOA i3t & DR
HE S E D & %%6H%htobwb BEEDS AL DRI FEF IR AR T LR Z 50 i n )
R LD U RTFHE, X< B, U R HEDRDEEFE~ LT ED bz, U A7 FF
ik L LT, f?‘/mtb«@i<%i%%#5®%$ IZE 72 L~ LB RE L FED &0
I RIS T & i,

Y
A IJFFB

Z @ IPCSHRF I, 2001 £ IPCSMOA 7 L — AU — 27 ) BH45 5 072785k & 2003 40> ILSI/RSI
RPN AMEBEE Y L— AU — 7 ORFHIESWTER SN, TRHD7 L—A T —7I281F
HREEDEL DA SN TWED, WfEEZm LS, ZhE TEESNTW o EHE (f
ZIE, BEMEOFBWER) ZHATL20IC, ZLOEERMA LN TS, N — RORPEFE
ili o V42 %mﬁ)zaﬁﬁﬁm@7v LT =T BT LY —VELTDOT L —AT—T7 D
AHAMEEEER, Thbbe h~ORENE & HERIGHEDIMEIZE LD Z LRI TV D, =
D7 L— AU 7 DORENOELNZ, 2 OBEREMERIILLTOLEBY TH D,

1. 7L — LU= fHTIZEFT 2R, EREWICH T RN AMRKIGDO =T v AOBERHT
ZEBEICTET 5 LER B D,

2. HMZROBERE=FICLH L Ea—L . H L MOA BN —RIZZIT AN T2, £,
BRI 72 IE S 2155 12D OMIASIETH D,

3. Zb—AU—7%, DNARKMEZETLT X TORNA MOA IZHEMH TE 5,
1F & A ED DNA USSR B AWEIZ O TIE e h~OB N RESND LB DA, t
N BEEEARAT X, BARZ TR, N — R & U A7 ORI HE 2 i L, B2 e 572
OOEBERT a—FTh D,

5. ¥iHlo MOA 5 L CTEH T 2 FIREVED & (LB 2 5 B e, T IXZ2 DL FWE I
YT, HRF 240 U Catfi7ef Ml 21T 5 Z N L2 5, L L, &L= WE RN ﬂﬁOMIﬁ%
%W’ﬁwfﬁ’%jéﬂ HAZOET L B a—%f%7 MOA & —& LI5S E 725
TE . AT STV D MOA & ZD(LFWE D% D MOA O—HDPEILIZ IS THfe
4%‘%’@/\5 key events &[] U key events 41 L CTHRMNAAMEH 2 AL HTENTERE Y T
TiTHiv b,

6. FEBREWY) CTHAINTIEGEISEDE M ~OBEEMEZ T 5555, key events O —EUfiFHTIL
MOA IZxT 2D TH Y, 4T L HLFWEIZESEZ Y TR Tixewn., BRAT ok R
(Z B DAL E R OIS E — ORI, BB W CERR LD LRV ED,
HER DA, MOA IHMEEWER A O L O T2 720, BET HEERAEMFN T 1

IR =BT, ZNICLY, HOLEMICE T HE b EDOBEMEER]D
EAEM~E — LT D2 ENFTREIC R D TH A D,
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7. Key events O FHIERfE & ARICI T 2 EEMEIL, BRALY 27 OHERISHEOSMEMEIZE
T AT IR AR T 2 2 N TE D, D7) MOA ORI — K& U 27 OHE
ICREREEBLE 255, FHCIERNMED 7 1t A0 O BB DA, B8 2 AW ik
BIZWET 25 GICHHETH D,

8. —MNZZITANDILTV D MOA LB IR FBIIGEDT — X X—RAEMEE L, #RFT5HZ &
DRSNS, ZDF —H_—2%, ILSURSI K IPCS 12 X > TIT O - BEAE DO HEHIRFZE (2
Mz, 7 =AU =7 OEAIZE N TAHERFREZRIET 250 TRTFER bR, Z
DT —H X=X, FNAWED MOA OWFFRIZB W THI NS LT 2 CRICEETH
5o

9. FEATICEWT, BEMIEZHEORWEMARCS EIERTIA TAT—VEEETHIENERE
Thb,

ftiam & LC, IPCSHRF X, & SN HLFMEDORN A MOA &7 — X INEAHT 5028 9 Ink
HWF L, b b ~OBEME ARl 5 72D Ok THEAMEOH DT e —F R L T D, BlE
FUICBWTENI A A7 T BT 2 /EAEFICET 2B ROMAZ BT FELE LT, 207
Ta—FERHL, 74— KXy 7 &7 ZENEFHEINTREY, 2O LRI ER DL
BIZORNRDIEAH, ZOT7 VL —LT—71F, BRAT o AOBREZED, BERT —X Xy
v T aHEE L, MOA (ZBHE L 72RO GHI AR RIFMA 7263 &0 5 1T U A7 3 & oF
ROWFTDOAI 2 =T 4I2L>THENR D, BRI E MIBET HA[REMERH D L& 2
HNDEE . FRITTIC key events (IZOWTHLNZEHRIX., TORILEHONY— ROEEA
WCBWTHOD TEERBDERY 95, ZOTL—LT =T 3RNBALSNDT L RARA v MIE
TIETEX 2L 9I2THRETHY, ZOZEICEHTHERDLIENHERSIND, LTn-T,
IPCS HRF O HIX, = FKARA » N OFMD D DEERY — VD ThA D,

A

IPCS & RSt DEE HIX. ZOFENA MOA Ot k& OREEM: A2 RT3 5 72 IPCS 7 L —
LT —7 ORRIZORN S 2R R RV — 7 v a v TG L2 < OFMFEICHE 2R
LET, ZHHIXIPCS/WHO OFIRICHE > THES L, EiSNHMIRSBL RNV —27 v a
7TY, RXELEZ GO, EEARFIVEERZOERZEN LI DO THY , LT LY
WHO OIREREH SN H#2RFTIH2HLOTEH Y A, KFEEIT, HREEREDOEZL O
MMERE DS D IPCS ~D A1 L v Eaigft I i,

B CHR
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FTIEINEHR R REE
N MOA DOEeh~D B EMZMENT 357200
IPCS 7L — AU —77% F = 5552

Vicki L. Dellarco, Douglas McGregor, Sir Colin Berry, Samuel M. Cohen, & Alan R. Boobis

FT Y EMIET v N OFIRIFERBIIER O AR LM SE 503, v v A TH L TR A
Tne N TWD, F7 Y EMTBEREEIT RV, F7 Ve, Frd o ORI LY
FIVENRTUAPRRND Z LK) 2RI T v SFARBUCERAAERZ RIET, Zhoon
BT DEE L b N OBBE~ORENMIZ, 2006 EOEFLEWE L MR e S BEE T L
— AU —27 (IPCSHRF) & HWN TR S v 7z, HEE S 7217 - B EHIZ 31T 23623 A MOA % Bradford
Hill ZEHEICHR D U CHRGEL 72 & 2 A, L RO —3, EWEnyse vk, B0k, iR, — Bk,
FEHLPE D S 2l 72 L TR 0 . R MBS IE I Z DUV CTHENZ STV D MOA 12 G LTV 5
ZERbhole, HESNZ MOA Xt N CHLEGRIICIZIER T 2 aTRetE L dH 2 28, HRIRA V£
YORBENKT DT v NORPAMEDOEZER e N ETENICHEEICR R b, FTY
ELTE M T 2B BT D= REF 30w FEmnE s sz,

2 < OALFEWE N, PEER IR VT DR Z I LTZHFARIRBENVE L DR AT AR T AD )
ELZFE S ERBF (MOA) 2 LT 7 v b RRIERAIIIELR 235532 2 LA RS T
% (Hurley 5, 1998 4 ; Capen &, 1999 4 ; IARC, 2001 4), HUIRPRA/LE O FIZHF LS 2
FABZ R uRE D LT DHROMT, FTHEKRD S OFREEHIM A VE > (TSH) OB ORUER 7248
Mzb7z6 L, ZOfEER, FHRBRA R L THORIRFBVE  OER A O 2S5, TSH
LUV ORI 72 BRI FUIRIRIEIAIE O JEK R ONETE R~ & D7’ . (LA ~DFEFEEH 72
i<@@ﬁ%)ﬂmeVAwﬂﬁ%ént@u\ FAEBNITIEB IR~ L D723 %, T v MZ
B 5D ZOEBEFK MOA 1L, BHERTIE oIl Ao Tl Y | EEED AMFSEHES (Capen
5. 1999 4F mm:zmlﬁ)&oxlﬁﬁ% f‘mﬁmxlwsi)ﬁ\ﬁo%ﬁuxﬁéﬁ
RARTESSHRIE S D & N ~OBEME AR 272D OMBE DO H A X2 A E 713 e 2 Mt LT
Do

BREHITHLFT Y E L, RIRBREBLEL DRAF AL L ANEST L ZLICED Ty B
ISR NEE 2 35§ D 25, ZAUTFEDY A MOA fRET D 723> @ 2001 DO [E AL W' 22 2
#1H (International Programme on Chemical Safety: IPCS) DAY VA7 L — AT — 7 2R3 728
WCHWHBI=FHITH S (Sonich-Mullin &, 2001 4F), Z 2 TIEF 7 Y ELD MOA %, FHIHF4L
E LTI ZTHMEL, 2006 0 IPCS & M#EME7 L— AT —2 (HRF) TRtk ho
@%%%N@Aﬂﬁ@tb@ﬁ%ﬁ%ﬁyx%ﬁﬁbto:@E%éﬂt?%ﬁﬁfm\%éﬁ
ED MOA TORREROEREN, ”&@ﬁﬁ*ﬁ@%ﬁ%ﬁ% EOBRETIFHND DN THFH L
T, ZOHEFIFEIE, keyevents DA FITESE SV TV ADFEL ST MOA [ZHD W T A T
®\;®Mﬁfi\?7/tw#;®%%fﬁﬁéh1wéi%%ﬁﬂﬁ%%tE?#EWK%

2 ZOSIE, WHO WEMEMEEZ AT HHOTH Y, JLx X 2006 412 Critical Reviews in Toxicology, Volume 36, pages 793-801
i #%%iéﬂt%@f? ZOFIIE, WHO ORI OT-OIimESHTEY | ERESEENTOET,
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REYTTND, ZOFEFNFRILE, Bt MBI 2 BB ORI O & 70 5481
T O AT Z L OBEERARFH L TWD, WL ODILEM T, LEWERAE D
T—H Bt N TO key events Z i 2 L CHERIGENH L0 LILRWD, EOMOIEY
WZOWTIE, i & 72 2 W FHIA RN HAVUEX, DA MOA Ot s ~DOBENEZ EVERIZ S E
B HIRTE 2560805, FT7TYENVMIREOH THL, FRBEFRLVELDNCELE T Y
~ FUR B R A E S D B b ~OBEEIC B A fthd MOA FHAIEE LT T =/ e X —)L
(ZOWTOHEFIFFENRH 5 (Lehman-McKeeman & Hill, in Meek . 2003 45),

K MOA FENTIZ, T 7V ELOFREN AMICEET D FIHATRE 72 RO R BN DI E D | i
WT, ZOFRIRHE LT L EL MOA THEE I 7= E L0 R OYR B AR 2 72 2R T — 2 D
RTINS, KNI FEZE DS OOAFENREE A ER L b O TIE e,

RBAMET —F

FT Y ENDREPAECET D FOEFNT —Z I/ LN TR, FT Y ELT T A,
A 0 %@@%/J IREREIIEIC RN T, FRE ORISR 2 XITd, FT7 e
THET v MZBWTORRRBEGZFHERE T2 2 EPMRINTEY . FRIRFA LT O GH
KUY Z IS EL Z Sl ko Tonasl g 2T X5 TH D,

FT7YENMITTAKRDRT v h~OEMERZRREERGIZ LV . FICHET » MM HRRE R A0
NG 2 5 LT iy, MEZ » R TIEEEH L7en o7 (Naylor & McDonald, 1992 4 ; Naylor & Raju,
1992 ), F7 YV E/LZ K 800 mgkg ¥ TIREFK G L7~ 7 Z0@MERER (ETIX 1 BH2Y
128.4 mg/kg {AE[bw], METIX 1 H&H 72D 215.9 mg/kg bw) Tik, WINPT T H RO %
ARICHBEREINIZED 57> 7= (Naylor & Raju, 1992 4E), T v FENAMERRTIZ, 77
VeV (JRUR, KL 94.8%) % K UMD Sprague-Dawley 7 v b (SD 7 v k) (F-#EfERE 60 T
) 120, 1, 10, 100, 1000 % 7=1% 3000 mg/kg DL CRAEREG L, HETIX 1 HH7=V 0, 0.04,
0.4, 4.4, 442, 136.4mgkgbw, METIZ 1 HH7=0 0, 0.06, 0.6, 5.6, 56.3 71 177.1 mg/kg bw
DM &% 5 -z 7= (Naylor & McDonald, 1992) , K BRiE R A e i Jz ONAS A D38 438 1% . 1000 mg/kg
(1 BH720 442mg/kgbw) KO 3000mg/kg (1 HdH7- 0 136.4mg/kgbw) #EREOKRET ~ ~ T
M7z (1), ok, HEZ > MIBT AEBERAEROEMIFICREEREICELS DO TH-722

LICHETRETH D,

Ty MZBIT5 IR RER A REREOFE R BV THES LD MOA

FT 7 EVEER M F R IR R A S B THEE S D MOA 1, HURIRAMZ B 1T DI
LD THEIB-FARPIH DR A F AL ADENEZEZLH D ThoTo, BRI EZ LI TIZiR~R5,
FT Y EMIMRIZB I 5T axv o (T4 -7 U 2> = U Vg (UDP) 7 v 7 v U iR (UGT)
TEMEARE L, HAICL D T4 OB 2R L, RE L OfRASEOEIT A NS E 5, 20
JF R R DR 0D %%&LT\mﬁTA&UﬁLHBUH*F#4E:V(B)@¥ﬁ%ﬁﬁ9?
%, FHEMEIT, TSH OfgHE OULIE L& @D 2 L2k VD, T4 OFEERINIE L~V O Fizxt
WS % FEER TSH L~L DR HIRG 72 EF- 13, HURR 2 fili U C HURIRAS V£ o DT & i Ve S
RIVEVHEAEZHE LT 5,
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ZTORE, PRI E <20 (BX) . HUOSRERECIEE 0 GBI £ 510
SN 5, BT T Y EA DT B LD | TREBTERLRA I TR~ L 17T 2.

# 1. Sprague-Dawley #Z7 > MZ 33172 FURBRIE M B DR A =R (2 S OEHER

BR)
Dose (mg/kg bw per day)?
0 0.04 04 44 44.2 136.4°
g 1/50 2/47 0/49 2/47 8/49 12/48
AN 1/50 1/47 0/49 0/47 1/49 4/48
it 2/50 3/47 0/49 2/47 9/49 14/48
% () (6) 0) “4) (18) (29)
P 0.000° 0.470 0.253 0.668 0.024%* 0.001**

o EBEOF ST, USEPA Office of Pesticide Programs  (Naylor & McDonald, 1992 4F) (22 & /=7 — %05
M L7z HEZE *P<0.05** P <001 (74 v % —OEMMESRREICES ST

a1 BdH7= 0 O 5% mg/kg bw THEE L7,

®136.4mg/kg bw/H (3000mg/kg) IREEHEG-EEO 2 [EOBIITIL, BYEREE & BRSO 5 238D bz,

© BEHEIZES T PEMET Lz,

EERENMIZ TS key events
FT Y EILDIEDN /L MOA IZEIT 5 —H D key events (21, LTOHDNEEND,

o Jif UGT i

o T4 OIFig T O & ONEH-FEilik > BN
o [fIF T4 DU M ONRE DL

o fHER TSHIRE D L&

o FFLR RS e A A R R OV e A e 368 772 ol

WIZ, FT Y ER, FEERFRIRESRAVE O 7 U7 T 0 A Z BN S CHURIR- T il 2 5L
TZEWCKSTHERT 20 E 9 &7 %, Eitd keyevents (ZHS X F7 Y E /LD MOA O
EWRRRREE L, TR D2 b, ARAE L LAV D2, FRR RO R O 500 K ONDR B O 9
BOWATRZETOND Z LITRD, ZNbORET, FEH KO S 51T EMERERIC T
LR L OGHEE BT, T v P TEIZ S, JIE STV (Hotz B, 1997 4F) , Key events
e OIS SO O F 8 SOGE % LR IR,

MERISEER L O —EE

FT YV END MOA (BT D EEAREICOW T, HEME & (NOAEL) M UM/t & (LOAEL)
OE A 212777, Hotz H (1997) (2L 5 56 HEOFERTIX, MESD 7 » b (%F£20 L) (Z
FT VA 0, 10, 30, 100, 300, 1000, F7=1% 3000 mg/kg DI T GHIE ZILTURWAN,
FTYENLOERET T HHD 0, 0.5, 1.5, 5, 15, 50 LW 150 mg/kgbw &HEESND) % 56
ARG L, Pl (&, JIF T4-UGT IG5, T4 fEyH4R) . FORIR (E&, IBRGAERR) &
WAR/LEY (T4, T3, U N—RAT3 (rT3) KO'TSH OIfijE L ~V) I3 5B %23Mh L=, =

DR TIL, F7 Y ELOEBEEREAL Tl 5 T~ DN TERE-HFRBMO AR A A A HZ 2
DL EOFR BBURRIFIETH D LB 2 BN D, 50 mgkg bw/day $5-8F & T 150 mg/kg bw/day £
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HRETIX, I T4-UGT 1M 56 A M OG- MM TRAICHFHFRICA BN L7 (IF E & TR
YL L7 E 2 A, IRBEL B L CENENKI 35 L 6 (5ICIEENEEIN LT2), T4-UGT {&1EDH
mE—HLT, P60 T4 D7 VT 70 AROEHF~OPE (1251 #25#% T4 Ot &) 1%

F TV E V% 150 mg/kg bw/day 57412 40%H 1 L 7= (150 mg/kg bw/day 23 5FAMl & 4u 7= ME— D
H&), Hotz &> (1997 ) ICKAMET v Faxtgel Lz 56 HREIORBRTIZ, 7Y ELE 1 B
720 15, 50 T 150 mg/kg bw &5 L 725G, ITEEORFFIICHBEZRENDR0 b,

7 v b 2R OFER (Naylor & McDonald, 1992 47) Tk, flstITE i3 AL & beig LT, 44.2
mg/kg bw/day $¢ 58T 122%, 136.4 mg/kg bw/day ¢ 5-HET 178%EM L7z, £/, ZDOT v hdD2
FRIBER T, 44.2 XY 136.4 mg/kg bw/day # 58 CTHAE K OFEA L FEHNA EIZHEM L 72

(RFBREED 0/60 (2% L TEILEI 47/61 Je Y 52/60)

F# 2. TG ELTZ 56 HBDORER (Hotz B, 1997) KO8 2 FE B 01838k (Naylor
& McDonald, 1992) 236857 ATE. B/VEL K RISk D B o=

R NOAEL/LOAEL

FiTfik

UGT O 15/50 mg/kg bw/day (56 H [#55k)

T4 O REITHEH & O N <150/150 mg/kg bw/day (56 H [HFAERIZ I\ T 150 mg/kg bw/day D 7

FEhE = 47z)

JH i E 2 > HE N 5/15 mg/kg bw/day (56 H [#56x)
44.2/136.4 mg/kg bw/day (2 “E[HFER)

AL 4.4/44.2 mg/kg bw/day (2 4 RFAER)

RIVE

3% T4 O 50/150 mg/kg bw/day (56 H [HAER)

1fi% TSH & k5. 50/150 mg/kg bw/day (56 H [H#AER)

SN

FR IR E O 15/50 mg/kg bw/day (56 H iIaAER)
44.2/136.4 mg/kg bw/day (2 “E[HFER)

FRPR i % B oD 8 0 44.2/136.4 mg/kg bw/day (2 “EHFER)

DR R AEE 5 D A AN 4.4/44.2 mg/kg bw/day (2 4= RIFAER)

Hotz & (1997) HESD 7 v MITF T Y BN EZRELTLLEE, FIRLEET4DFZ VT 7 AD
TUE L [FERIC, e B OG- 56 212 IMIE T4 B E O FIIICAEE 7 (P<0.05) 4 (30%
) & TSH @tﬁﬂﬂu (60%HE ) NRD HZ (£ 3), T3 DILE L-~ULiE, 1.5 mg/kgbw/day Tl
56 HFEGHZITHGHFRICAE T iiﬁb\%@@ﬂfﬂ: L. 150 mg/kg bw/day CIEHEIZ EH L=, —
iz, PR 7 vy —ABERFEANC I DRI T4 L0 L T3ICEEEZEZ I WL TH D, L
f:ybxof\ T4 K% OF TSH (%, Tﬁ{ax-Eﬁﬁ:H%@tx FALZ L ADEALDOFRIE L LT L W EEMED
BB 2N S 5 (Liu 5, 1995 4, Hurley 5., 1998 45, Hood &, 1999 4F),
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FTYENDOEE, T4 O TSH (T2 LZ RITTHE L FUR IR AL O A= 3 0N %
SIEETHELE ORI, MHEBRAZ LWL S TH D, I SD T v MW THIRARE A
FR RIS DR FHINCA R (P<0.05) 72ENE 4726 LT 7 VYV ELVOREH &L, 2 FMORERT
X1 H%729 442 mg/kg bw ThH o727, T4 KO TSH IZxH7 5 520 NOAEL (% 56 A [#O7ExR
TiX 1 Y720 50mgkgbw Tho7o (F2), —MIC, HEEREIFEEL O T EK-FRERS L
FUPREA~DREY \:@ﬁ%%$w%/w<ﬁwmAﬁ%ﬁ%ﬁ?éﬁ%f%é:&%%ié
&L Dl LB FRIRO B &L L OHRRIIE A RO NAZ b 72 63 & & ARE O &
TRZIDETHEND, SIHESNEEEEO L L L EMRETIEIRVO T, ZORNMTOARA BT
BEOLLETIEHR, 2EMORBRIZEIT 2KE 1 kg %720 OR5E1T, BRI 2K 0
RHEEME TH -T2 DK L, HIICHW DT 56 HREO A 1 = X ARBRCoOFK 5 8I1%, 12~20 ¥
BOZ7 Y MBI HOTHD, ZhbofGEIT, ROICEHAREREGFEID LR EDL
2@l B2 N5 (Len> T, BT 5 IO LOAEL X 1 H& 72V K 90 mg/kg
bw THHZITTTH D), £z, FAEONLSEL Bl 21X TSH OE#H ES) 2NREFEMELE
H712 5 LI DRI, 2 FEMOBBRICBW TR TR B Tho/ozd, Zhboksh

BT HEEME S Sz B HIVD, 56 HRIOMEBR TR S REIIAR I
TS ST R OFERNPAFTE o220, BEEOHEMHEICKE SV THRE SN, £
D= ZHUIZHOWTH RIEMETH D ATREMENEV, T ORMEEMZEFHRL-ET, 1 BHH7ZV 50
mg/kg bw CTHURIRE &S AEICHML, 1 HH72D 15 mgkg bw THIRE &EOHMATRD Hivic
N, ZHIUETF TV ENLD MOA TIHERWIDO X —7 y BB CTHDL Z L & —FHLTWD

# 3. HETYMNTIITS 56 HEORER : AAEL/ER (Hotz &, 1997 4F)

Dose (mg/kg bw per day) 2

0 05 15 5 15 50 150
T4 (ug/dL) 4.1+02 43+03 39+0.2 41402 40+02 40+02 29+0.12
T3 (ng/dL) 84+3 82+4 68+2 84 +3 82+3 91 +4 110 £+ 62

TSH (ng/mL) 27+£0.2 35+04 2.7+0.1 3.1+04 29+0.3 3.1+02 43+04°

7 B5E mg/kg bw/day (ZHEEME CTH 5, I FRMEHEHERZETEL TS 1 EEHED 19 £7213 20 L,
@ 3HTHT (ANOVA) 1% Dunnett DR E THHREE & FFHEMIICHERICERE S (P=0.05),

ik X5z, B TSH FIFIERIRIROEKR & @B Om A2 SR 23, 7 v o 2 FH
DB TIL, @%%Wﬁ@ﬁk@f%ié&@ﬁ ITHEMBIMEIZR SN le o Tz, IEERAR
@¢megmmw&5ﬁfﬁmbtﬁ TR O FEAEZR DFEFHFRNTA B A ColFREE 1/60
(Zxf L 8/58) & 136.4 mg/kg bw/day & G- HETOLGEO iz, S HIZ, 7 v Fd 56 HFORERT
L AR R IR IR A AR R AR R & B S F R L CTH 0 . 150 mg/kg bw/day & 5-#E TORA
$ﬁ%%$%ﬁﬁ%m%%bkﬁ\%ﬂ%?@%%fﬂ%%b&#okkﬁ%éhfmé(mm
5. 1997 ), LarL., 56 HEOREBR CORIRIREREOEINE 2 M ORBR COEEHARL O
X B AF 72 FHEAHBETED & - 72, 150 mg/kg bw/day £ 5-5 T 46%. 50 mg/kg bw/day $¢5-£ T 25%
DI FRNA B2 BRI EEOHEMAZD Hiv7e (Hotz H, 1997 ),
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Fer ] PO BE L

o D ERPIEFETER O MAERTH L6, TIUIEBORAIEIT L TR LT s
720N, JESD 7 > M2 3000mg/kg (1 H&H 720 150mg/kgbw) OF 7V BV ZREER G L2 7, 14,
28, 56 LN 90 HiE L W o2 DX A I 712857 — 2 BFIHAETH S (Hotz ., 1997
), ITEEEINLONT T4-UGT &M B, &b FR<HE L 7 H B2 52 TORIERHIZH N

T bz, ZOERTITAEIL T4 ORI IRE SR h o 723, g T4 139 ToB
LRI BT L7, PHBR TSH O#INE, #&5-84% 14 A BICBWTUIAE TIE R o7
B, TRTOY 7Y IR TRIE I, FRIRREEOEINL T XToV 7Y VR T
BlE2 s, MBEEICIX, 14 B B2 B ERABFZ R OREF 2 MARBD Hivie, 2FEMDO T v
%%%T I, 1 BH72D 136.4 mg/kgbw 25 L7= 69 3 B IO FIRIRRENBIZ Sz, =
DL DI, FT Y ENFHEREMERIRIRRE RS I IV T, 7T O key events 23 ESE
&_%ﬁﬁékwoa@m&@ﬁMﬁm# b b,

JEE & key events ED R EMD IR — B & OVF B

ZOREMEOM S — BN, FFRMEE. ERORBRO LN TE D, HEE SN D MOA O &
72 % E R ATREZS BRI, HUIR BRI O FEL & iR — L T\ b, FT7T Y ELEZIR
- ST v McBWT, FEEOINE O T4-UGT OFENBEINDL Z Enb, IR
MRS DREFEIC K D FRAR-FURPREI DR A A A Z L 2D ELE—HLTWDH LI THD, AF T4-
UGT i&MED EAIE, o> FE % e AL Z5 b -R0 FEIR e B i A oD JE R B ONRFE R D RIS IEE = 5 B
MeThHd, 7V ELNOEGIIEICEITS T4 ORBNMEESIND 720, R T4 OB KO
mH@%M#%EﬁT%éOé%p\ﬁ&rﬁﬁfi\%%%E;@%M&@%k-ﬁ%%@%
A, FURBRA VT IR K OVFLIR AR AR LB AR O 2L o HEBLCEIE & A U & & O 0 4
TE T CRGEHEICAE B RRE TENLD 2 L AR ENT-, ik BIERER (Hotz &, 1997 4F) Tl
F7 Y ENOEGRIEE, RVEAMER T b —/HEIZRED . JTE S FRRIRO E &3 L
FORIRIE A AL OBIE R S BIE 35 Z R & iz, B2 I35 2 LT, ZoEs

M MOA (28T 2 BURIRA LT VO T LIREDOHEITAIRIET 5 2 L8 IfF Sz, Me—RlE
WEL o7z DIE, HBEVWRGHIROZOFRIREEOHEINTH -7,

EMFRIR LR EA M

FEBRM O - W2 AW TZAFFED B BUR T - T B AR- R Rl O Fefery 722> < EL. TSH 1T &
% FUIR R~ 0D B 1A 22 18 R OVFIR RIS MM OB R, IR, BB 72l ~ D T & DR
ZoRTT— 2 P AFET D (McClain, 1995 4F ; Hard, 1998 4 ; Hurley 5. 1998 4 ; Capen
5. 1999 4 ; IARC, 2001 4F), F7 Y E/LOBA LEERIC, TSH O5WEENE, T4 Off 7 V7
T U ADEEMNEGT N DONDA =R LEN L TELDAFEEMND D,
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T4 OYfER L ~LiE, TSH O RZ 4 5 T IRAKD FARIEHIEHIIZ L > TE=2—3 1T\ 5,
TFHEIRTIX, T4 1%, 5-dried-deio-dinase (F VFE VLA X & —¥) NAIC LY T3 @ s, T3
T SHIBEZN DR E DZFIRICHEG T D, T3 ZHRIERDO HEAERMET T 5 & TSH Gk & 533 filii
IND, 7 v F~0O TSH OIS A, FEHTEA R AL HUR C & 2 FUIR RIStz 2 2 F 2 A3
WL, ZAvD OB IES ZLRAEZ I U CHIBRE I 2 FEB L T\ 5 2 & RN TOMFSE TR
SNTWD (Bayer H, 1992 ), ZORERTIX, (EM&ED TSH #EHS (T 1 EHTZY
025U % 1 H2[E]) T5&, BRNAXF L L-ULA 10 HMIZH Tz > CTREMIGHAAE T, TSH O
WS ZFIEL TS 5 BUNICEF R LZFHRFO L-YUZRD Z EDNmR Sz, BENA X T2 O
D FERE, TSHICKHT DR OFEVKIGE LTHOLNTWDE ) A h—v R LB L7200 F
FThHDH, TNHOT—XX, TSHIEEOHMZTTZ » b O HIRARIE AL 2 HEHERTOIRREIC
RAHZELEFIFE LRV, LERST, F7 Y EANKEINCHT T4-UGT 2F8+T 52 TT v b
RO MR R AR P i 2 5 & 2 - & W S FEHIE, 72 < & B IER &R o Be i E TIEARR Ti56-
THER-FUR R OB 72 fiIH > 2 7 AT DB O A FR IR L —H L T\ D,

WZIC, 7 Y BT K0T S D IS RG> $ A O BRI A3 A W8 o SR ES 72 4
Th v, FIRBRIERAIER I T » MIZALN LD HED T v Fo~ U ZTITFRD bR uy,
Ty MEI U AL G FRIRES AWK USRS SVMER RS Y . S 612, BT > M
T v P XY b RIS 2558 T 2 FWEOFIEG DB RENZ LR L AL TS (Hurley 5.,
1998 4F), ZDZ &L —EH LT, TSH L-YVTEHEET v FOJFRHEL D bEvy (Hill 5, 1989
), EHIT, HET v MIFFZFERMOM L Y bHERENFEINCT W ERH L8, THTEE
ZOME, MEFHEEE T EY O HESCEY) OFERIZKIT T % (Sundseth & Waxman, 1992 4F ;
Agrawal & Shapiro, 1996 4 ; Oropeza-Hernandez &, 2003 4),

ZDftd> MOA

IERIFMEI T E NS B ET XX AREMEDOH D MOA D 1 D THHN, LLFORBRICBWNTF T/ E
IVOBRFMEIT R EN TR,

e X AXIF 7 AHE (Salmonella typhimurium) @ 4 SOEEZ FVN 72229828 #3ABR  (Bakke, 1989
Fa),

o F A =— A NAHAL—FIRAIIE A F O T2 O 228K 28 FEABR (hgpt JBENT) (Li & Myers, 1989 4E)

o < ADFEHMILE T2 In vivo /MZERER  (Flowers, 1990 47) ,

o T v FORFMIEZ IV Invivo NEH] DNA G kit  (Backke, 1989 4£ b),

L7223 T, FIAREZR= BT v AL, BRERFRNT TV ENLDORIE MOA TR &
LTV,

Z DA DOFPR T HES- T R- FUR IR~ D 5228 J VLR IR A V- ARENZ 31T DO D7)~ <
ELiX, HIRIROBR A F AR VA B S HARBMERH D, Ll ThboZE i, F7YE
JVZOWTHEE SN TND & O EIRAITITE DL T, T THERII 22X < 822 X 5 TSH HlFg D
EWbIcoR N> TWnWETH A9,
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RREEM, FE, T —FF ¥y

FOR AR & R VB OZBLITITHED — BN A SN0, ZHUIEEICHW SN RE |
kg 4720 DIV T rPHEE (BfiEEAREENOCEHINE) DAREMTHL I L, kL=
B BN FIIERHRPO T v MBI EHETHY . b —FBRERDOEHETH o722
L. Fz, ABREOE LS R SICER L TW D AEEENRH 5,

HEEEID MOA DL

RSN T =213, PRECEWEEE T, 77 Y EVORR G X @M< @B 01
7 v 2B 2 TR AIES O EEZHAT 20+ TH L LHlisn s, F7YEL
T, EEASI SR THELY SEVWARTHLICTBEEZ IS E (Thbb, g &
MOENEG CTH D), Mz #ESEL T TR BEWHETHRBOKE (T72bb, FRIRE
BOHM) 2RESEZ,

HEEXNS MOA DOER~D5E F 7l Rt

IPCS HRF %V R 7 WA = ZWFEp/[EHEREmBl it sedfEo Te M7 L —2A U —7 |
(Meek 5. 2003 4F) % & SR &, [IPCS WA T —F 2 77 —7| Oz b EIEIES
Nt OTHY (Boobis B, AE), —#HD 3 SORWVIITIZHL L. BWOIEEIZI51F 5 MOA
DOt h~OBEMICE T 5 LB SN MBI R 2 E < 720D 4 DO LR 5T 7 a—
FERERL TS,

1.  BYMOA Z/#E,TSDIZTET 2 ADERITIZ 1270 ?2 E TR LIZL o1, 778
VI UGT BB L 0 IiE T4 LV F &8, 208 e L TiiE TSH # EH &5 2 LT,
HIRIRAR LV E L DIRAFT ARV AEEALE D E VWO ET VAR 5,

2. EBREWE b EDR]DKey events DIRAN, EHILE Y NZHED0 T, MOA D E ;& DB
MEZ PRI IR TS = 23 T& 500 28 MBI D HRRARILVE L OB A F A X 2 AOFHEC
BT 2BEOHM L . (FRBEHRLEL DR AT AL S ZOENOFERL LTD) TSH L) |
FARFARIRDBA DV R TR A& UTREZTEHEENZDOWNT, T7 Y EILOEMWIZI T 5553 A MOA
@ key events D & s ~OBHEM:Z T3 5 72 OITHFIN R S vz, 7 v MBI D HUKR - T 8
(- FLIR iR O BERE & TR BIH9 D EAN 2 A = X A, B IIFRNER (%) 355
25, EMERICIZE FoZREELIL TS (Bianco H. 2002 4E) , L7z -T, v hTT4 L
ALEAR T SELHEANL, B P THEERIC T4 ZIE TS ELREERH Y | ZORES., TSH L1
DLEFRICORNLARENENH D, FTomHE b M, FERE-FRBEEEE D A < FLISH L THEEED
s a T T — 20355, 213 BREALE DLV ERGITIR T S8 5 3 vHERZIEIL,
bt N CIEHRIAE OB 2 i L CHRIIEZ S S oS 2 L mbnTnd, I UERKRZIE
ERET DL, ENTIED DB EERIC O35 Z A D (Thomas & Williams, 1999 4F),
WIRB AT RLTNE N =BT A TR0, FRIBICESEER LT Bz, sLrerds
B A HE TS, T4 2D T3 ~OEWAAET ) HIRIRFBLVE L DRA A A Z V2 28T
ZDOERN (e AFA T T UFUL TIFLas A3 8RE) X, B FTiX
FRRIR AR LT OIR T ROV TSH O EFACOR08 5 Z ERMbBA TS (Ron B, 1987 4F),
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Z v MEFRHRIZ, B hTIE 7 Yy —ABENFEIN, ERT4 LV ER TS5
FANE<SE SN TS TSH L-b D EFIFERD 5Ty (Lehman-McKeeman & Hill, in Meek
5. 2003 4F) , Bz, BEELOT 2= A2, VT 7B, IANRTEE L, UGT 25T
X7 my —A@REREL MHO T4 L 2K F S 2558, TSH L3k L 720 (Curran
& DeGroot, 1991 4F), [RIRRIZ, FEERAICHMET T4 O 7V 7 v i a K ORETTHRl 2 BN =
HHZLICRY Ty MCHRIRIES 2 /4 S5 3A] (BIZIE, FAT I =N, TV ITFY
—, N NT TV =) i b MZBWTEKRARETIERRBALVE B bE BT b S
(Masu-buchi 5, 1997 ), ZD X D12, T v MIBT D FIEAR-FURAREIO AR A A2 2 2 ADEE
IO BERIGEIRICIT. b FEHEBEL TR OEVRLS LS ICEbNS, %K+ 25k
_@ﬁ%i\7/F&tbfi?ﬁmﬁ%%%bwﬁﬁkﬁééﬁ%M7mﬁxmim@%ﬁ%
FIZERIER LTV

3. ZEBREWEE N EDEDFETFH)FE 71T BIRERGEK DU T FL 0D EHGFEFLIZFE D T, MOA
DE N ~DBIENE & SN HEF TS = N TE S0 2F 7V EVITHIRRA2EBEEN L +5
DTEZR, LA, TOEREMTIIFRBER T 2O THY | RENEMEDO LT B
T4 O VT 7 AEMENSE, 7y N TAHALND XK ) 7 FURIRFEEEIL MIRRE & TSH o1t
EMEOBINEZ L= 69, F7 Y ERE MBI D FIRIRARVE > OE 2 T3l gErEic o
T, 7Y OT—X T2\ n, 7 = /23 E X —/L (Lehman-McKeeman & Hill, in Meek
5. 20034) OLIRMDOEL DI v v Y — AEEFER LRI TS, FRL7EL9
W2 TADF 27 VT 70 A% S® 2 2 & CHUIRIRBERERGRIE N4 51 & Z 384X, & M T
TSHL LD EHEZHTELIRNE DI ThDH, BEHLL T4 DD PEEE TEL TWRNWOT,
TSH X EF L2V TiEeunnhtBEx o5,

FORAREEREICREE LT, 7 v b & b FOBITITWV K D0 B E A A B2 M OV L2 ROFRE A
HbH, 7w MIt MIHERXTHRBREALVE O PHEEEN/NSV, T v MIe M THIRR
RVE  OHEFIIIEFIZE . T4 OFERMIL, B D 5~9 BIZR L, 7 v FTIHK 12 K#ET
&% (Dohler ©, 1979 ), 7 v OB ENDIE, & NMIFET H T4 OFEBFIMEES 7 1
TUVUBFELBRNZ EIZBEBRLTWD EEZLND Hill H, 19894), v FNTlE, 7 V7 7
VADEINZ L o TIEHE R T4 LoV HERFT 572012, KO EWERESHTZ O T4 FEAF L M
ET 5, M, B FTIEZDZm T U UAHRBRAVECBEETHZEICL 2T, T b
EH U TR R OV ) 7 T AL . ZORER, BIRBIELT > b I D IRV,
TER )72 TSH LoyUiE, 7y P TIEe PR K25 <, 7 v b TIE N ER-FUR R o1& 7
MEWT E &ML TW5 (Dohler 5, 1979 4 ; McClain, 1992 %), L7=23->T, & M, T4 %
WO S/ TSH O ERZH 76 THANCK LT, 7> I & EEMICESZEIMEV, TSH 28 E5-
LT idiud, FIRIEERAEDY 27 BNEEDH 2 LT,

EREDHIRIZEBNTT v Db 9 —DDE WX, FUIRIROMEBEICH 5, Z OFKERFEN 74

HIX, 7y FTIERE LT —EDME T4 IRELZ MR T 27200 T4 O XD @V EEAREE & BE L
TEY, ZHIZEY 7y hOFREIZ, AMEELEERFOZA LY b " HEEERIZIEE" L7k
REL 72> T D (McClain, 1995 %),
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v FORERERDOL T, WiEEZT YA ara7 ) 25T 5700, ERMREOZ X
HORmWIYFIRKZ LTEBY | EE T»%/ AL TS EIICRZD, R, & ROl
Rt D% <X, BEWSZHRRELITIZERERMBAEE L, RO X 512/ 2 DR &
%o 7/b®ﬁmﬁ%i#f;£¢% IEMIELTWA DT, TSHICK DRI ZZ 75 L, B b
DOUERAIIL LV S ESICHOG LIRER A AT 5, b FOFRBIATERE I23E < . IRIEREEIZH
LR DE LN, E DT, b b O BUR BRI X E E M & B8 T 5 70 D O ARG &
I, RIDRED D REE L CGEIMOFIRIRFVE 2B/ - 2T 5, LIeR->T, B b
FURIRIZ IS T 2 FE RS IE BRI /e a7 ) COFRIIEMIBORKTHA I,
T HC, Ty PHRIRED b & FERIRO SN, AL REICSIE WO TR D I K& 2% E
RBNZF->TWLHENH) 2 EThD,

bHOFEAINE MZBWTHRIREALE S LNV DOIR T2 EEZTRERHDH L LTH, 2
VD DIEFIA RIS A DB M A R 5 &0 ) /e = 7 213720 (Ron &, 1987 4), fil
ZIE, T oV E R = EHWTERIE CIE, FRIBDA O U A7 OEEINER S Tu07an
(Olsen %1993 4F), TSH 2% L5925 & 5 72REEIC S D A~ (/N& R Ui E 721X FRIRIED )
ERBET DL, ZOX D RRICB N THFRBAAORETENRTHD Z EERL T
% (Bl z1E, Mazzzaferri, 2000 4 ; Gabriele &, 2003 ), 2EMBED AT = —F LV OFRN AT
— X R— 2% ATz 960 T ND S A DEREE) K OSBRI 2 A U7- A5 R, BREE S FUIRIR S A
DFERFRE 725 %EN R L TCHWD LK ITER 27202 ERH BN S 72 (Lichtenstein &
Hemminki, 2002 F), ME— o TWbH e FHRIROBE RS AWEITHHHTHY . Thb bR
JFPEE DIZL BTH D,

FAZERHNINTND L DT, HURIEEE DAL R OV 2R 72 BB 3 2 — a0 72 Sk
IZiE. 7 v b e FOBTEBICHT DEEZMEISGEVRSH D 2 EERT ORI ET U AND D,
bt R EIERAIC, Ty MIEARIRAVE > O TIEIHESE 9 D B IRIES (2 5F L CIERI &
PERE, FRIZ, FRIBAR AL OEFHICOT N THLELRH D &7 > b TIIEER R ML
ENd, LERST, ToWBEICBITARLELDOFZ VT T AOBN & FIR{E-FOR R O &
AF AL ADEACE D F TV B L o THHR S0 FIRIBIESE X, ERREIBOEWD
v h~OBEMEE RV EE X BND,

4. gam : AGHEIE BEETR OYFss ol 7 MZET DT T Y eV M BRI A A i B
LT, HFARIRABVE < EL MOA ZWSLT D DICH R ERN = ©F V ABRFEET 5, T7 YV EL
X MZBWTHURIRBEREIGRAE 2 5| i Z 3 Al getEN S 2 03, — B2 SCikIIE, - lSEIC 1T
é@%%f»%ymﬁ7)7§VX@WMkTﬁ¢@%%%@$%ﬁx&VX@EM%#O7D?
2L Ko THER SN L FRIBIES X, v N ORI AT 2 EOHINIZ D220 b2 &b

DT DDA R AR AP 7 ot AICEHT OEEN T ET U AR D5, FT Y EMIET S
t hTOT XTIV, OFI 7 v Y — ARERFEANCET IR T — 21X, 7Y ELOE K
O BEMEDIENTIZIIAR AR Th o 7o, —MKIIRICERNHIE, 7 FEITRRVE P T T4 LLD
FBREMIC TSH VLA ERSELZEERTZET VAT L ZRTOICHy7emeT
VANGELNTZ, 2. Ty PO TEE-FRIBEN O X ) AT O ELUICH L TE FED G
LD MR RV &V D M PR R OV ER TR = ET VA b b D,
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Z DI

SO S, FARIBOTEEN 2R 5720 TSH OFE R EH WD

LIl ES-T, TV b

KkT5T4®%$ﬁﬁ VA RPN LIRS E B s,

F£4. 7y bE MBI S key events DLELEE

Key events Zy MZEBISTET X E MIBIFET PSR
T4 @)ﬂiy U 7 3 ? b4 F@?EE@&U‘I%‘@%&%@T\ Hjﬁﬂﬁﬁkﬁ) ﬁ’—T\/If/l/&:/)b\“C@»}z_& 6iiﬁb\
> ADHM ROBZMEORNMENTH L Z L8 M 270 Y —ABROFENE -

AL TR Y, T4 IF UGT i&E, T4

TnsE-bns,

W, T4 JE-HEt I 8 &% OMERIC
B3 28Ik  T4aFZ7 V7T A
DEMDOTET  ARHE LI TN D,
EEN R ERATET VA, FT S ENDT —F TR, o
7Y — LEERHEAINE T T4 &
WO IEHENRRENTND L
BEZDHE, FTEMIONTHE
IThDHERDbND,
FT YV ENDT —Z LRV, o
7Y — LARERFHHANIBNT T4 28
WAHLTH TSH LR EHT 5
IR STV,
FUR IR A L £ > O Ficke R4 25 H
LA e oD B L e RIRTE R AR ORI, FOR IR
TR & (Rt S IR A A AL ZADERE & D&
% IENEEZDE, B RTIEIEIDE
NI,
FORIR AR LE LU R 72 D RN
E MZBWTS FRED A DR AL
FNThHD,

1Ly T4 OJid

TSH L~ v BH EREMRER=ET VA,

TSH OHINIHR  EENRER T ET A,

IPCS HRF DOfE R

FT7 Y ELOHIE (CHATEIC &L, BN S 172 MOA & —Ed 2355 SN EESIC D
wTrLt%@T%é Ltﬂof T L= LU= T ORNOEM TH S T8 MOA %1
MFHDIZEET U ADQELFIEA50 ITRIST D2 LIE, EOEWEICET 2T -4k
v NIRIBR L T2 HRRBEIT KT L CERICS IR U key events 1Zi A L TN D G0 % K3~ 5 £
BLWRB o7z, TOFIE, MOA ICBET 54 PR Y 0t ADRARN R BRICET 57 — 23, &£
DEDITT oL & MO key events & T D72 O DBHEERFE LR D0 ERLTWD, 20D
£l \%%%%ktF@ﬁ®g%&0i%ﬁiﬁ%%ﬁb B NMIxFT DA A MOA DY
P (7205, HRF O 2 & 3) FHlid 572 2Ok MIFET LA RERIZ. AATR
ThoT,
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4-Aminobiphenyl & DNA O i :
&3 MOA DERD BE ML #ENTT 572D D
IPCS 71— AU — 2% Wz B 44551

Samuel M. Cohen, Alan R. Boobis, M.E. (Bette) Meek, R. Julian Preston, &
Douglas B. McGregor

DNA [t GERIs#ME) RN AL TdH % 4-Aminobiphenyl ZFiC, B & & MBI 2B ERT

\ZEADSWTEB P E 24P EEF ) (International Programme on Chemical Safety: IPCS) Dt bk
B~ L — AU —72 (Human Relevance Framework: HRF) % #F4fi L 72, Z @ Mode of action (MOA)
1L, N-ZKERIEIZ & 2 REHAIIE (L. N-= 27 AR K D ROSHEE T WE OEREZR T, ZOEE
FWHED DNA (ELTAFT T T/ vv) LIARE L, DNA ORRERZIEE S, Ffhrgic
IEDADFAEIZDRND EEZ LTINS, B MEA XTI, B EMEG ChHL0IZx L, <
7 AT & IR EER RS T 0 | OFE CIIMOMEMNE G532 2 &b & D, s iito
EEW L AEHATEME L & REMEOBENC LD b D EEZ BT\ D, B R OE &N 725 227
L.t D MOA NWAEETH D, B0 ANEHTH 2 & O W) 1) 7 1 & 2%, 4-Aminobiphenyl
ARG O BRI R & < BT 2 AlRetEnid 5, IPCS HRF 12 L4LIE, 4-Aminobiphenyl |$ E
MZBWTENAMETH S L TSI, ZAUTAHREFNZET VAL TEMITLNT
%, IPCS HRF /3 DNA SUSMERE DS AME OFHEICA T %,

4-Aminobiphenyl 1%, £kx 7288 CHEOREIZB W THEPAMEPHER I TS (JARC, 1972
E\w%ﬁal%7$)4AmMummwi REFAEMEL, DNA SO, ERmtkE, R AMEE
ML 722 < OF —ZICHESE BET MCEIT D MOA BHESLISILTND Z &b, AR
72 DNA FUGHERNAME & LT, EEMb P E % 25 (International Programme on Chemical
Safety: IPCS) @t ~E§#4:~7 L — AU —7 (Human Relevance Framework: HRF) O HFifF 4% 5
{LZWE \RE SN, if:\ HEBET I R T HBMOBY RO MRS AWE L LT
B0 (HEETEIEAEED) | 2RI 2R, ARG AT — 2 NEBITFEL TV D,

@EmﬁniImAﬁm@%ﬂh% 1D MOA ZWIHEIZ S D DITRNL DT — &@ﬁ 12RLT
W5, MOA fENTIZIS 1T A AR T & key events DXBNZDONTHR SN TN D,

BT DA N7 BT VA LJRFIREFNT — XISV T, lWﬁhﬁ%%%(muﬁ
I% 4-Aminobiphenyl ZEEHI O FFENAME L L THME LT (IARC, 1972 4, 1987 4F),
Aminobiphenyl 13 #], BEERMIZE L-VITIE< ES Lo e FOBERRESAWE & L CRE éﬂﬁo
ZD%., ZNAOEOEMSE UTHEIES L, BIEZ OB AD Y 27 BINZDR 3% &V
T % (DelSanto B, 1991 4F ; Curigliano &, 1996 4F), BIWFZE TlE, ER % S HHEM IR
BT DBRICERICHAEL, BEOMMIHFET IREMTVWE THL Z LRI NTND

1 ZOF3CIE, WHO DBEEHEZH T 5HDTHY, Jt4 1% 2006 412 Critical Reviews in Toxicology, Volume 36, pages 803-819 (&
ENTbDTHD, 2O LIE WHO DHIRI) D= IHRESNIZb DT, IERENE T,
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W2 B1T 5 4-Aminobiphenyl D33 AN

FEERAOMFZE Tld, AR & B M ITA B RZENRO BTV D S OO, 4-Aminobiphenyl (L
YUA, Ty b X A RTBNTEPAERS D Z LRI NLTND (TARC, 1972 ), 4-
Aminobiphenyl |%, 1Z& A EDIXBERIEIZIBNT, v 7 A TIXEICHFIB E . AR CREptIC kT L
THRBAMERRBO NN, 4 X (KOt b)) TIHERSENRE CHL EBEZLND, b
DIFFEDZ < BEAFRNATONTZ S D TH Y | FEMARERIZR SN D LINAR I ATV,

S 612, MBI B DIEER R ABR LI TIE L A L

LK SN TE LT, EDOMFFEICH MOA T

HE LR HHIL/EE R EOMSEEEEITE EN TR o T2, FRUTH 030 59, BFZeRE R
IR A T A REITIEME L K ORIEM L 7 2 203555815 MOA ([ZEI 722 SO IZ 38T D 2o
R OMERZE (Bl2X, ey 25, 19784) BRI Tng (1),

# 1. BEREIZBIT5 4-Aminobiphenyl D325 A MRER

BYrE REEEHE FEEE AP SEXEH
~URX #BRAKL ; Img/lA 38 90 B E THEMFL 2/12 Clayson et
[ b PRI JEIEDS A al. (1965)
~UR RO ;0 EIE SEPREE 0/19 PTITx L Clayson et
1.5 mg/li % 52 W E HE 1721 DTIZEEREDS A al. (1967)
HERE & b FREAS A D%
Az SR AN
~URA  200pg AN 52 MR 48~52 HE D 19/20 Gorrod et
TFER VC. #f 6/23 PEIZ AT al. (1968)
)
< U HOBIKH 0-220 mg/L e A (D) . BF 75 mgL (M) U855  Schieferste
(BALB (). 0-300 mg/L MRS A (M) . i mg/L () LLEDOES  inetal
cStCrl () Z &k 96 W BRI (M) ofFE T, MEEE BIFE A (1985)
fC3Hf/ 5 72 EDO~ U A TEROE
Nctr) TERASTRD HT=78,
KR~ 7 2 TIIERD B
g o 7=,
~ DR B E 5L B IR Dooley et
F4E  AncEsEn- al.(1988,
R’ 1992);
B6C3F Von
1) Tungeln et
al. (1996);
Parsons et
al. (2005)
7y b K 3.6~58gkgbw O FLIRMEGS - BHEIEL Walpole et
Bty Y A A R al. (1952)

RS
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F1 (BEx)
BYE KRG E TEEFE X2 R 2L
X RNEEOFRAKRSG 1 PRI REERLEANE, 3 E  &5-BRMAND 4 4F#2IC Bonser
(ZREREDS Av BlESNTR bRV (1962)
h
AXQ) BIF AT vANEE6 BEDESAN 33 2 A TH Walpole et
EifkH G, AFF30 £ Bl al. (1954)
7ol 34 ¢
A X YIF U TN 03g 21~34 » AKICEEREN Deichmann
ZiA 3 Al (e b vy etal.
AR 1EHTZD 94.5~ (1958)
144 g)
A X(6) 1.0mgkgbw ZJ 5[al,  FEPEFLEANE 3 PT, EE Deichmann
34 H HERIT37T # A A (BAT L) 3 etal.
(X 1BV O [T (1965)
Feh 8 55~70¢).,
A4 X Hi[a]$ 5- 5AEIZ D72 0 PR Deichmann
BEER SN Tz &
MacDonald
(1968)
A4 X OG0 5 Bl 34M 4L A XTI E Block et al.
(24, v ToIFHE (2 DT CHES (1978)
— 7)) 72L)

11 PECTIHES L P - <
D EHEEITLIEMN, KD
D 9 PLTIE AR IS T

bw, A&

Bagh (A 1#EHZY 1 mg, 38HM) D%, 90 F CTHELF LIz 2/12 D~ 7 AZFEER
AD3FEAE LTz (Clayson &, 1965 4F), BIDEHR TIL, ~ ¥ A2 1.5 mg @ 4-Aminobiphenyl % 52 i
MG Lize 2 A, SREETIZ 019 IETH - 7=DITK L, 121 IEDBE~ 7 2 THEMEAS A A R4 L
oo ZOFEBTIE, B~ v X Lifi~ T 2O THIEDS A OBENRRIEL D bARICEN- T

(Clayson %, 1967 4%), 4-Aminobiphenyl 200 pg %z~ 7 A2 3 A FIES LizE 25, 48~52 1
12 19/20 VED K OY 6/23 DEO i CHFfgEAS A 2342 U 7= (Gorrod &, 1968 4F) , 4-Aminobiphenyl % |
BALB/cStCrifC3Hf/Nctr v 7 A D L HEIZ, 424 220 mg/L & 300 mg/L £ TOPRE THUKE S
ToHL, BEERICHBEL T, mMERE (L), Bt A (o), e o) of
BEAINAGRD vz, oM@, 75 mg/L (M) KROS5 mg/L (1) LLEOREEO#EE %
ZAF 7K IS IEORETIE, WiED~ T 2D E AL THE SN, MIREECIIHE ST
VN (Schieferstein ©, 1985 1), %< OFERIZIBW T, #Hi4ANE B6C3F1 ~ 7 A%, 4-Aminobiphenyl
B 5%, BITHFRD ATEZYENH > 72 (Dooley &, 1988 45, 1992 4 ; Von Tungeln &, 1996
4 ; Parsons . 2005 4),
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v —F v A A JLHIZ 4-Aminobiphenyl Z R A L CHE 3.6~5.8 ghkg (AE (bw) OHEEZ T v
MR TENT S & AR OB OERORAERPAREITIEIM L 72 (Walpole ., 1952 4F),

MR D 4-Aminobiphenyl Z#% 0¥ 5 (HEITFHEH L L) L2 7RO UHXD 55 1 PLIZBERETL
SEMEAS | 3 PRIZHEMEAS AR HALTZ, fie & FAOFE D AT 5-BREA D 4 12128155 S 7= (Bonser,
1962 42),

4-Aminobiphenyl ¥ 7 F 71 7wV TH 6 MG LigtS 72 2 lEDA X (1 1Ed 7=V OG-
30, 34 g) IE. 33 » A CEEMEAAZFRIE L7z (Walpole &, 1954 4F), [Al£RIZ 4-Aminobiphenyl %
G 7N (AX1EHZD 03g) Z#HEIMEEXTH, 21~34 » AZIZERSAPBE I N

(e G5B A X 1EH7= v 94.5~144.0g) (Deichmann & 1958 4F) , 4-Aminobiphenyl % 1.0 mg/kg
bw (ZJHE L, 6 IEDA X 5[E], 34 » A F721237 » ARG L& 24 (G5 187
D 55~7.0g). ZFILZEI 3 BICHMALEAE L OB AL (BT L) 23 @lZ2 S 72 (Deichmann
5. 1965 4), Hi[AlBH-TlX, 54FER CREMIESILFER S/ h -7 (Deichmann & MacDonald,
1968 4F), 4-Aminobiphenyl Z i 5 H, 3 MR D& G- L7z 24 LD B — 7 )V R TIL, BEMEE DAY
BORIEDIEARN2 3 DO 2 = PNRD b, BEE IR/ ROHREIL 4 LA LI, £
DO HO 2 PEITIIEENRAE LTz, TEEIX 11 EDOA X TP Y LML, EV DI
PECIREEIZEITT 27— Blgg S vz (Block 5. 1978 4),

B MOA Z3LFFT 5 DI EF v ADEL T IT+5450

[PCS HRF OFHIDORINNT I, ) MOA FDH D DFTH 5D, ZiuL, EFRFEICBIT 5
K R-BfR 2 34 % 72 8 @ Bradford Hill £:%E (Hill, 1965 4E) 7538 L. IPCS 2583 L7-. 2001
HI3RFED MOA 7 L— LU —7 (Sonich-Mullin &, 2001 ) (TR EN TV D FIEIZIESW TN S,

A. #E S5 MOA

4-Aminobiphenyl (%, FF#3% (2 & - T N-hydroxy-4-aminobiphenyl (23T XA, AT M OV O #EAE (2
BWTN-= 27 UL (N-T 2T/ E N-Z v 7 v Ak, F7205 N-fifg{l) Sivd (Miller &, 1961 ;
Kadlubar &, 1977 4, 1991 4E ; Miller & Miller, 1977 4 ; Delclos &. 1987 4= ; Chou &, 1995 4F)

(1), O-= AT /LR OBRRIKER(LIZ, BEICORBIFHEET IMERICTHDH, ZiHD
FOG ORI 1T D ECTEAIC LD . D7 < & B IICIE, 4-Aminobiphenyl D% 73 AU/EH
WX DR EOE N, BIGOFRAEIZEB T Dl B IEICE N AT ST D, REIZIE. N-
T AT NALD%, KISHEBIE T = N L= AA & U DEERTHBRIC IR S 4, 2407 DNA ik %
JER L 9 5, 72 DNA IR, N- (deoxyguanosin-8-yl)-4-aminobiphenyl T % (Talaska &, 1990
- ; Kadlubar &, 1991 4 ; Flammmang &, 1992 4F ; Hatcher & Swaminather, 1995 4%, 2002 4F),
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INODORISNEEE LG FOEERPM TR A Z LTIV ERERNB Y . FORE. &

AN IR 2N T D,
WaWse

4-Aminobiphenyl
OH.

O
H |
OOl -
Btk R LA
\J
H

N-hydroxy-4-aminobiphenyl

H G o |

4-T7I )T z=)L= = AT N-Ester-N-hydroxy-4-aminobiphenyl
(T ra=R ., FiikE)

4-Acetylaminobiphenyl

1. 4-Aminobiphenyl D13

B. Key events

4-Aminobiphenyl DJFIEMEAL O FERREE X, D72 < & H T > &b M TIXCYPIA2 |Z K - Tl
S 415 4-Aminobiphenyl ® N-ZK2{b22Hi5F % (Butler 5, 1989 4F b), ¥ 7 A TiX, CYP1A2 X
F h 7 m—2A P-450 BNME—H L<IZEBIHEHG LTV A DT TiEnen s #EnH %5 (Kimura
5. 1999 4£), 7=, N-hydroxylamine |X3 7 n A% 7 —¥DFurx 7500 HklEH#
(Kadlubar &, 1982 4) DX 5 7ekkx oA ¥ v X —B ROV A X H—B L ORIGIZE > THE
BEND, ZNHDOIET N T a—L P-450 LD W TR AERNTE Z 508, BEFENICESR
Do DI A R EE TH S, N-hydroxylamine X, N-7EF L T2 2727 —8 1 (NATI)
(Flammang & Kadlubar, 1986 4 ; Oda, 2004 4F) (2L % N-7 & F /b & 1), BRVESME T Clin
ZER N-TE RV ZATAVEEL, DNA SEEKCLELZT VA= ML= AL F U2 TERK
L. 77 =20 C-8iLlZ DNA A% K7 %5 (Hammons &, 1985 4 ; Flammang & Kadlubar,
1986 4F ; Hatcher & Swaminathan, 2002 /%), & 512, s CAR S 417 N-hydroxylamine |£, 7V
Ty Y v (UDP) 77 v rigiifitsi (UGT) OB L L THIEL, N-Z V7 rn= Nag
REAEL, ZHPENICEITN S (Kadlubar &, 1977 4F), 707 v = FIZRPICHE S D D,
FRME SR FIT T, MK % (2B EN @ N-hydroxylamine OB IIHAGTR & L CRHERET 5, N-7
TFN T AT 2T —8-2 (NAT2) (X% 4-Aminobiphenyl D N-7 & F/uAb7e & ZORIGE
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AT DRUSNEEAAET D3, oD 7 VAT F7 2 R, CYPIA2 12 & - CEBARAE
Thy, EICMEIESTHD EEZOLNTVD, TORK, BT IO N-T & F /LI REEL
FitEZx2 6 TW5, 7TEFMMEOREEZ, [EHELE REEILONT o RICEBEE 2 5, &
F OFBIR L, rapid acetylators & slow acetylators 23 fF1E3 5 (Lower &, 1979 4), & hDZi
FNOT BT L—F—IZHB LT~ v ADRHITFAE L. C5TBL/6 X rapid acetylators R CTH U |
A/J 1% slow acetylators B4t CTdh 5 (Hein, 1988), ZALH DIEFEW N ’ﬂ'?‘é’ﬂﬂ?w X, R, R
TEATE CORIEDENE I L 5 D, AL I I7z DNA FAIMKIZ J 0 | ZERE RN U 5 lReMEA
H5, keyevents xR 2 IZFE & DT,

% 2. BT 1T D 4-Aminobiphenyl D3 AMEIZISIT D Key events

1. fREAITEE(L
a)N-tB Fu ¥l
b)N-=2T Uk (Fvra=FK, TEF/N, ffEEE)
¢) MAKGELT= L= hAf AT 5
2. FEANEES O ZREVEMIARIC IS 1T D DNA AR (dG-C8, dA-C8, dG-N2)
3. DAITORN D EERER T D DNA ZER% 1
4. FERA
dA, TAX LT T )TV dG TAX LT T IV

C. AHERIGBM%

B9~ D AFZE D% < ML RN FEME Sz W) FREZET D L, [EBEORIERE LI
LZHERICO—BIZET LT —Z1X, ~ 7 AOBEMBEKICEE SN TS, £ XTI, 4
Aminobiphenyl O B[l ¥ 5% (IS 23 38 49 5 Z & 1372 < (Deichmann & MacDonald, 1968 4F) |
B 1% O B OSBROBFRIZAT O TRy, BIERRZE DR ARICE T DB HRAHE S
TWDME—DWFSETIL, #ED BALB/c ~ 7 A2 0, 7. 14, 28, 55, 110, 220 mg/L ORED 4-
Aminobiphenyl % & TeflCEF K A4 LT 96 H [ & TULE L 7= D238 5 (Schieferstein &, 1985 4F) ,
TS OALER OB ARSI, F 0 0/116, 1/117, 1/118, 0/118, 6/115, 5/118 X T¥ 23/118
Th o7, 55mg/L L EDOBEDORASRT, BRI AN TREFICA BIZE o T, i~ D R
Aminobiphenyl Z ¥ 0, 7. 19, 38, 75, 150 L300 mg/ L OEEIAKZ N L CUESFESHED &
[FEEDS A DFEAZRIT, 0/118, 0/118, 0/119, 1/118, 0/118, 5/117 LN 1/117 Th > 7=, FEIELE TR
ENTWARD S0, WERORBAERITIT L NTEm -T2, HETIE, 0. 7. 14, 28, 55, 110 kX
220 mg/L DF 5T, RO AFRIL 0/116, 4/117, 9/118, 71/118, 108/115, 107/118 }2 T¥ 102/118
Thol-, METIX, ZHNZ1 0, 7. 19, 38, 75, wu&wmm%m@%%fwngwngyn9
53/119, 106/118, 97/117 KO 83/117 Th o7z, Z DX 51T, FHE L O AL O H & SO B 1 X
VIEA NRETITAR Y r— 274/7@(%0tdﬂ%@mﬁ%i&ﬂ@@C%77%/MM
IR D s L~ VI E R 70 B AOGRIMR 27~ L7 (Poirier H. 1995 4F),

[FIAFZE (Schieferstein &, 1985 4F) Tid, M CIIIFIEE OFRAEROHEIMIZRD B> 7253,
T, ENnEh 0, 7. 19, 38, 75, 150 LN 300mg/L DEH-E T, FFIEE (RER OB ALEE
et o) ORARIT /117, 0/120, 2/120, 4119, 11/119, 17/118 KX 10/117 Th -1z, kx
kR A SO E RO R AR, B MmO 3 HE T L2, BAERTMEL Y L
DI IR o T2,
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D. B[] B B e

%ﬁﬁi‘/u@f% BT DFELDNAFEMNLT D Z LiE, ZOREHFIEDORBEEIZEH I TIEH 508K

MIIKIFT D, LIeddo T, g ﬁ@%%uﬁmféék%é_ibfwﬁfni@%f
ﬁ'C ZLIRZE B0 DNA MAMEDRIEIZ TR 7Z 0 TR+ BOMBPLETH D, T OREE,
BFEITENE L D %Hﬂ)ﬁﬁfﬁnéhé DR—RAYTZDS, KRS o B CILRE ORI D 720 T2 6 |
AT - EMTFROER OB & IXRER O WA e R EEAAE U T D, DNA RO &
WERITHIOEGTH Y . 4-Aminobiphenyl (Z X % in vitro ZLERT% . Boy F 72138 LA L O 1
HUWNICBIZZ 415 (Kadlubar &, 1991 4F ; Swaminathan & Reznikoff, 1992 4 ; al-Atrash &, 1995
4 ; Hatcher & Swaminathan, 1995 4% ; Doerge ©, 1999 4 ; Tsuneoka ©, 2003 4F), L2>L7R723 5
%< @ invivo EFRTIX, MIMEEERE IS, gL~ UZEL, REERSICTH7DIC, 3~4
HIE< B2k 5 (Bl 21, Talaska &, 1990 4F ; Flammang ©. 1992 4F ; Poirier & Beland,
1992 4F ; Poirier 5. 1995 4F : Underwood & . 1997 /), F£7-. ZZREFIT invitro TIEXE RN T
HEINGEL08, AENTITEOEM E 72138y ADIEKBEBR TRV ERE Sy (Fl2iX, ~v
ZJFHRIZ 31T % Heras 5 Parsons . 2002 4F), Z OHIRIIZ, SRR EANTAE U7 ke 2 ERE LS
ML TWD SRS v, & D022 Tld. 4-Aminobiphenyl @ Hi[E[# 5785 14 H %I
Muta™Mouse FEET & A CTERE T 472 (Fletcher ., 1998 4F), BEMED 23 ALl Iz Ak
I, U ARA XTI L NTERMEORZE TH 5755, FERE O ITARANZFHE S T
2, 5 2FEMOMMIETIZ, ~ U A% 13 WG —EMIRE T L. BEIICRE R & 7558
L7em, B DR ORAEFIT R I LTy (Schieferstein ., 1985), BEMEOMEEIX, —ixi
(2, ¥ U ATIIA 2 4% (Schieferstein B, 1985 ), A X TILZ AL L W RWEFH D aﬂ@“éif
RSN (Walpole ., 1954 4 ; Deichmann 5, 1958 45, 1965 4F), L/ L., B h® (SV40
Wi L T) miﬁ*ﬁﬂﬁ%ﬂiﬂ’j % 4-Aminobiphenyl T in vitro ZLEE L, 6 ] in vitro 3538 L7212, X —
N~ 0 AR LG, TEGIEOTRE iR GE80 b7z (Bookland 5, 1992 4 b),

E. JEERIG L key events & OB EMEDIR S, —E M, Rk

JEBEOG & key events & OBS#MZ XFFT 57 v AL, BERICET A5
ONRH DD, FFIRICET D8N0 b/ =BT ARG LTV D, DNA FAMED I AR IL
M CIHIESIN TN D
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4-Aminobiphenyl 23ERJFMHEWE CThHh 5 Z & Z - THZETEEICH Y . S, typhimurium B O E
D7 L— A/7hﬂ%%ﬁ£&0%%ﬁﬁﬁm%ﬁ%0mw%'M%&UWM%)K%?%%%
BOSH F > AT SO REHNEMALRAIDFFIE F TOHRRBD LTV D, S9 12 K 5 AAEHIEM:
EMBETHD LV Z EiE, Bl7 I D DNA FIGHELOERFEMEO K MNEZR LTS, &5
|2, 4-Aminobiphenyl |&, invitro T7 v MFMIfEIZIB W TAHREY DNA A2 HE 35 CRERE
B TFRBAEEE T 0 7 7 A1), 25O invitro AFZE1%, 4-Aminobiphenyl 23R ETAOIEMEAL 12
BREREZ S EE T AR H D LN ) =BT U RERLTWD, £z, MIEZ HZZ228K
BB T LIS L > A T A OENT 3T T % (Dang & McQueen, 1999) , Aroclor 1254
i FE I Sprague-Dawley 7 > b TN C57BL/6 ~ 7 ADFEFE Y 31— F RO, B2 5 L~ULD N-
KO O-TEFNEFT AT 2T —E (OAT) EMHEAZFHBLT 5 S. typhimurium TA100 5B BE#K A
&7z, TAL00 1% NAT/OAT &fnFD v 7/ abt —Z2F L, YG1029 I% NAT/OAT &+ D~
JFat—%HF L., TA100/1,8DNP6 (X NAT/OAT KM TH D, ~ T AKDT v k89 & 7=%h
RITEELL L Tz (7272 L. Aroclor 1254 ALBEDZHRITFM ~727>>72) , 4-Aminobiphenyl £ 7213 4-
Acetylaminobiphenyl 238 & L7254, YG1029 TiX TA100 % 721X TA100/1,8DNP6 LV $ % < %2

REENFRINT, 2O LT _Z}’LE@W‘H}I F1F 5 N-hydroxylamine (2 X % 29984 B35 561
ﬁ\WWT??WM%ﬁ#%QLTwé;k%rwawéo

HRNTORRERFZREE BT HT V= ML= AL AU ~OIEBEHRNAT v 71, &
OAT-3¢Hi S. typhimurium TG1024 #RIZ351F % N-hydroxy-4-aminobiphenyl @ﬁﬁwﬁeﬁﬁ%\éﬁXPi’ﬂ@
IZRAE L. 4.0~8.0 DFIPHTIRE RIS L pH L ORI ORRABIEZ SN2 &

O’Ci%éﬂé (Sarkar &, 2002 %),

BALB/c ¥ 7 AT 4-Aminobiphenyl % 28 HM#UKELE L& 2 A, METIIEMEL 0 &ATIED 5
23 DNA RO BENL N> T-DICkt L, HETIEMOEEN G LN, 20Xk iz, &gk
T, DNA fHIHED L~ i, 4mmmmmw1 2 XD IEEFREIC T DR O M S FERE L C
VW7o (Poirier ., 19954), L L7236, HERISHIFR ORI, WifLikO DNA 1A CILE
B TH -7z (M~ 7 2 TIZaFn U CEERAYEE) oloxt L, B0 A &SRy 754 F
W& -7~ (Poirier H. 1995 ),

IIMARD ElX, 50 nmol @ 4-Aminobiphenyl Z 21 B0 72 > TRFTH 5 L 72 Hsd:ICR(Br)~
A2 DM~ T ZDREMEThe b @ 7o (IR ZRIBEERIT < BEREEE) . M U 7o ik (BEE. e,
fiti, FZJ&) ORI, N- (deoxyguanosin-8-yl)-4-aminobiphenyl & D=/ u~ v 7T 7 4 —%
MW THAE L7 (Under-wood &, 1997 ),

KD Muta®Mouse F T AV = I v TR (ThbL, T AV =y 7 CD2F,
[BALB/cxDBA/2]) |2 10 mg/kg bw/H @ 4-Aminobiphenyl % 10 H 8 O £ 5- U 72 22984 RG5O
ZETIX, BERE, Pl OVE Rl 30 1T D 2R M EN EZ1 13.7 15, 48 (5N 24 fFI2Hm L
T2 ERHME SN TS (Fletcher ., 1998 4F),
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AR B6C3F1(C57BL/6XC3H)<7 T A1, 4-Aminobiphenyl D51 U C s ORI 2
FIEL, DL Hras B 7D K2 61 128175 CAA—AAA Z2REHR CTdh > 7= (Parsons
5, 2005 4F), in vivo TiX, 0.3 umol ® 4-Aminobiphenyl % 24 R ATIC B G- L7z @A~ 7 R |2
BT, EZ72 DNA £151 N-(deoxyguanosin-8-yl)-4-aminobiphenyl &%, 5 adducts /10° X 7 L 45
RThoTc, 8 7 HE, CAASAAA BREEIT, TG~ T AD 671% K ORI (VA F L ZLERF
¥ R, E£721E DMSO) D 50% TR S L7238, 5~ 7 A DY ZEIRIE B3R 1T 45%10° Th o> 72D

WZxf L, XFRRCIEbh 5 2x10° Tho7o, 12 5 ARIZIE, TG~ T AD 79%., $HHR~T 2D 8%
TR A4 LTz, 2 b OERITE b ORRERRES OIS TIX/anay, RIFFEORE I
H%Hj’tﬁ%@%éé IBWVWTH RSN TV D %72 MOA (3725, DNA RO AL, EEA

BIETORRER ZOROEHEOMEL) #XFT5bDTh D,

4-Aminobiphenyl (5mg/kgbw) Z HiAFE O G LT D 24 BefIf% 2581 Lz A X (PERINEBARE
STV @ DNA FHIIRIE, I T 5.4 fmolDNA adducts /pg, FEME T 4.8 fmolDNA adducts /ug
Th o7, LA L. 4-Aminobiphenyl ZEDEIZHE G- L7-A X DTl & Bt Tlk DNA ARk H
SNz rotz, —J, RISHEF A TH % N-hydroxy-4-aminobiphenyl % Bt 5 L7 A X D
T, 3.9 fmol DNA adducts/ug @ DNA fHIIMA A KR HH & dv, Tl CIEAIMRIIR i S vz o7z,
L) A CE R AT > 72 (Roberts &, 1988 42), kU F 7 AfEGE S 4172 4-Aminobiphenyl (%
A, RN, E7213REWN) . N-hydroxy-4-aminobiphenyl (§fJkPN. & 7213JRIEMN) . N-hydroxy-4-
aminobiphenyl N-glucuronide (F#RPN) Z %5 S V7oA X OFAERTIZLL F D Z & N FEFES Tz,

(1) i 7R MER T 0 4-aminobiphenyl -~ 7 11 L AFHEDAF(E (2) 4-aminobiphenyl 2 5-% . B

WEANEIZ A % N-hydroxy-4-aminobiphenyl ¢ G545 1 Z#8f N-hydroxy-4-aminobiphenyl (0.7%) T
0. BIAEMEN-Z7 V7 = RIXERE (03%) THDHZ L (3) N-hydroxy-4-aminobiphenyl % JKiE
[ZHEA L72% @ DNA A &1L, 4-Aminobiphenyl % JRIEPNIZIEA L7214 & Hi L C 60 5% 03>
72 Z &, (4) N-hydroxy-4-aminobiphenyl ~® X < & K NZ4UUIZHE< 4-Aminobiphenyl-DNA {114
DIEHUE. HEROBE R ORO pH IZKAFT 5 Z & (Kadlubar ., 1991 4F),

A XORF pH IE, BENE (Merck, 1998 4F), B2 D ORERM, RERH &K OVHE K EITIKST

T A5 B IS ETENTHAZENH Y, ZHITHEPANEITEEZ KT T /RO H 5 E
FCo 5 (Cohen, 1995), A X DIFg M QBERED S D I 7 v v — LFHEM) % -V 7= in vitro DOFSE

T, Wl BNT R T AT FAIEERFIET 2 2 ENRINTEY, 20D, 4-
Acetylaminobiphenyl, N-hydroxy-4-acetyl-aminobiphenyl, £7-(%7 £F /L a =% 4 A A (CoA) M
T FLGRE U CIHFEET 2561213, N-hydroxy-4-aminobiphenyl ™ RNA & Y DNA ~Dif5 &
MDEZ DM, EREITIHEI 7 ey —2 X0 b 7 0 Y —2 00D 7enr- 7 (Hatcher &
Swaminathan, 1992 4F),

4- Aminobiphenyl Z 5 U724 X DPRIZE 4L 5 REMIL AT ~72 & Z A, N-hydroxy-4-
aminobiphenyl T in vitro C{&ffi L 72 DNA X°, 4-aminobiphenyl % $¢5- L 724 X OF|FRIKEIZ HEE L 7=
A X OFEMR I EEZAIILO DNA & [6—0 DNA A H S 4172, 4- aminobiphenyl-DNA /1
TR D SARAFHIBE NS R STz (Talaska 5. 1990 4F),
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F. TR LR OB S M

4- Amlnoblphenyl 73 DNA EAPIMAZ TR L, JEEARAET 28 CERFMHZ RT LD ;"f;k%

—RENTIRE SN TND MOA DY MEAZRL TS (Fletcher &, 1998 4F), S 61T

hydroxy 4-aminobiphenyl 1%, JEE{L L TV 720 SV40 A3E L B N IRAIE IO EE L 2 5] & i 2 ﬁ‘
Z LM TE 5 (Bookland ., 1992 42 b), F 7=, 4-Aminobiphenyl (ZB39 5 FnFLITUV < D20 B
HEBT 2 ‘/@R%TE’J% M, DNA MHIMATER, Z2RERFER KON O 0fE (B M & ET)
BT DIEMEFE S AT BT DRSOk E —E LT\ % (Kadlubar &, 1977 4F ; Miller & Miller,
1977 4 ; Delclos 5., 1987 4F), AREAUTEME(L Z fED 72 VR % 72 invitro SR TOHLT < 7 DNA ff
IATE Al M OVEE BT O R AL, AREHPITE AL O L BEMEZ IR LTV D, 7 0%,
F721E N-B R o bRE~DIX < T ITHLERPN TR U DNA A R S v, IR o
WEIMEFRNCHEGR STV D, FrE DY EE 7 A9 I E 2-aminofluorene D X 9 721 E A9 12 B
TORFHET IV DHEBIVPLMNCSH TSR, C-8 77 = DNA RO ZERJFHEIZ DU
THHLMCENTNS, (Kriek, 1992 4F),

G. ZDfhd MOA

BEICFLE STV D MOA ORERKEFR OREM 2 b DN E SN TN D, L L, Z 61X MOA
BRI REAZ R O b o TR < RBIAIE (OTEHEEEFE R L) F o iTE &EralE i
WL 52 DAREMEO H HIREOWT AR LT %, 4-Aminobiphenyl 1Z, CYP1A2 LISt d
IS (Kimura 5. 1999 ) 12 & o T N-KE(LAEHICHE L S 4. T OREDE O 7 M O 23
AEBIEREZTN, ZHICEBIEERER LA XX —E RNl L WD ARERD D
(Kadlubar &, 1982 4, 1991 /), REHNEMEALIZEA G- T 2 BERITR R 5000 LAV WA, Kk
PEBLEE DAL, DNA MR DIZAL, ZRIFEVE, BB L WIEFIZT—HL TS, 61T
MOA O Z DI R B IEMHALEER I DD 57, CYPIA2 240 L72TEM L L R UIEF T Z % k
EBEZDONEZYTH D,

E R Z2 MR I 2T N-hydroxy-4-aminobiphenyl |&, WNEME~/L A% 22— NG LT\ 5
ATREMED N B 0 | RIEASIE DNA IS LARIS 25 S 2T 2 L 2R T 5= 7 » X036 5 (Burger
5. 2001 4F), Z D Z & L& 4-Aminobiphenyl DI N AIEME & OEEME IR TH 5,

N-hydroxy-4-aminobiphenyl & (8 OJEMAYL, in vitro f@iﬁ*ﬁﬁ%&(ﬁﬂﬁ@%ﬂﬂﬂﬁ 2t L CHbfL 7
ﬁ%%#(mmMﬁE 1986 ) 75, TS AAERICRICTEENIAHTH S (HIATIEA
< RIERIEFE D 2B 1T DRI R EENZOWTIIL T A2 SO Z &), Z oilafe THERIGHE
FRITZEALT 228, J:Jl‘@%zliﬁﬁiﬁ MOA IFZ b Lan BB b b,

H. #E 35 MOA DOFLff

HeE XD MOA OWIMIBRET, FIHARER = BT VAL o THAICEMT BN TEY | 4-
Aminobiphenyl (34 X0~ U A TIIBEMERAMETHY | (T oHIET iﬂﬁ@ﬁ’*ﬂf’rﬁ% (EZTED <
DENIMETHDL BT ARG L LW STV D, 2O X1, JHIECM ORI i
5 ClX DNA MR Z TR L 5 DRI v, BREENET D Z & 75>f<nméi(bfb\%’>o
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LD fgi#s B 4-Aminobiphenyl #EFEMEEIE DFERI & 720 9 D, A4 X0~ 7 AD—H O /A TIEBE
BEDS EREER L 722 T D, —MRIVZRBIRTRNE & EFFAE & DM DB O W TOT BT A1
+53 TiZ72\ . 4-Aminobiphenyl DM DOMIHEII~DEZEIZ DN TOMFRITFE L AR L TN D
D, BIETLHEERT I RT7 X FIZOWTOFRIIAFAETHY . FICA T~ X ED-01 E
B (Cairns, 1979 4 ; Gaylor, 1979 4 ; Littlefield &, 1979 4F) OF —% Z =~ 7 ADERKIC
F1F % 2-acetylaminofluorene (2 & > TFE I 415 DNA SHE (R OVZERFME) & HIRaEhE & o
DOFAAEH O AT TV D, ZRFEMEDSHIFEEF K AE L T\ D 2 &1, DNA RO H
BREICHEMRATH D006 T, BEOHERISH Y 7 T4 RITH D Z L OF % f2ft
T5HZ &M TED (Cohen & Ellwein, 1990 4F), Z OBIE#MEIE, 4-Aminobiphenyl &7 MERZ A A
DI L MESOSMHEZ IS 25 ECEEREWZR D (UL TOHEmEZH),

| FREEME, FE, F—F¥v v

4-Aminobiphenyl O fGEHTEMALZ 11 5 MIE 2 W2 22RE BB CIE, 1 ZEAEDERN T L
— AV T R THDLIIENRINTWVWDENR, XTI T IUF T 77—V MI3 IV a—= 7RI X =515
= — ¢ DNA H1 D lacZ &5 - 4-Aminobiphenyl 738 2288 B OBSIRINT 24T 72 & 2 A, 80%
PLER G B CA U D H BN LN 572, G=T b7 A= g UHIMEER T, KRIC
G—C hT v A=V gy, G=A F TPy a Uiz, WwIC, 572 DNA A TH S N-
(deoxyguanosin-8-yl)-4-aminobiphenyl Z M13 %7/ APNIZHREA L RN R (228 LS & e
ZRE LT, BAEE T 2ZREEREITN 0.01%THY, —RERERIL G-C F T A=V 3
VTholm, ZDOX DT, invitro TOBESERIT invivo TOBEGER L FJEF LW S, BEFE M
3N HE D TH 72 (Verghis H. 1997 ),

in vivo TORZEDITE A LT~ T A TITOI T\ D, HHENL0RIEH TIEH 528, A X I3
WA L TEZERE W TH A2 00 b b3, EVER IR TR, KRR T5
~ U ADFBMOEWTIH S TH S, B6C3F1 VN BALB/cStCrIfC3H/Netr ~ &7 A 1%, ATl
DNAATHRE LT X R MENm < . —J5. 1D BALB/cStCrfC3Hf/Netr < ™7 A (X, 4-Aminobiphenyl ~
DIE L B\ IEEIESS 2 3 AE 95 (Schieferstein &, 1985 4 ; Dooley ©. 1988 4, 1992 4F), %
U BT A RERMZETIL, v 7V ZADRMAIC L DT H E D IER STV,

4-Aminobiphenyl 233 S 4v, FFIE-CHEME T DNA & APIMAZ TERT 2 AR eBER L B 2 b
TW5HDIE CYPIA2 TH D (Butler 5, 1989 4Fa, 1989 4 b), L2>L. CYPLA2(++)EFARI~
A& CYPIA2(-/-) /) v 7T 0 b~ AO BT 5 L TREICK LT, CYPIA2 OFEELL, 4-
Aminobiphenyl ##FEMEEE(L A b L A £721% 4-Aminobiphenyl-DNA A AL & 13 BEH L CurZau
ZEDIRENT, BT, MO 1 HEOE 2 HHEUSDOIER DFBLE & 6T CYPIA2 # X7
BORRZ 5N ESE223,78-T h I 7un o0 p-U4F v (TCDD) 1%, AFlEicE
T AR E A ZE S TRV FFFERICED ST, 2089 RFEOEENZIRIT.
EXNTEMRONT VAKETHTHA D, ZHHOFEFIE, CYPIA2 % 4-Aminobiphenyl ™ 3
BRGHANEME LR 7 TiE 72Dy, CYPIA2 DOIEFIE RN TH~ U ZADMODEEREDN Z D&% TS
MAEIHETND Z L EZRB LTS (Tsuneoka &, 2003 4F) fOHEHFRT v & AW seic &
S & TEMAIERIIMIC b, P-450 BEFR, BRLEER ., ET VA XX —EB LT nb Ll
VY (Lakshmi %, 1990 4% ; Smith &, 1991 4F ; Hughes &, 1992 4),
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4-Aminobiphenyl (Z X > THFHEINHHEDPAICEBWTEHETHDH EE X LIV TWDHIOIGE

TEF L TH D, 7 F EIE 4-Aminobiphenyl DFE ) AN N DD EEIZ KT- LT\ 5, N-
hydroxy-4-aminobiphenyl @ O-7 & F /AL LN N,O-7 EF /A kI, & FTIEY A7 Z28Nsw5 &
T EN DA, 4-Aminobiphenyl D N-7EFALIZY 27 b SE 51T THDH (Lower 5.
1979 4F), 72 F kit NAT1 F721% NAT2 12 Ko THMEE S, B8 1 3ERIN CHE 2 2R 0MF
f£9 % (Hein ., 2000 4 ; Cascorbi 5, 2001 4), $l7 I > Toh % 4-Aminobiphenyl O 7 & F L1k
T FTCIMEBAREZEZ DN TNWD D, 7T LS BEORBENIBEE A A DU 27 &80
DL LTHENTVD, Tz, TEFMEPEHNKRILY 27 b LBEL T 5
TThD,

L)L, ¥ 7 AD acetylator OFBR OBFSE CTII KT HRERDZE LN TWD, HHIFZE TR
DT X TORTHOLMNIZFE—TH 2D & B D REHEEGMED rapid acetylator ~ 7 A E 72 /LA E
BAMED slow acetylator = 7 A DREMEIZ, 4-Aminobiphenyl %% (55-300 mg/L) % 28 H[HARK 5
L7zo It DNA IR D L~V 3HERE & 6 I G-EDOHINE & HITHM L7225, acetylator DFH
R LITERAR T - 7o, BEMETIZ, DNA FAHNEITHE~ 7 2 TiX 100 mgkg T h—IZHIEZE L,
acetylator DR B & (ZHBUR Th o7, M~ T 2 TiX, DNA fIMEEITHE~ 7 2 L0 1K<, &
i BT L7223, PRI L C rapid acetylator i%fﬁﬁ”f L DNA A &5 57> > 72 (Flammang
5. 19924E), ZHHDORRIZ, TEFN T AT =T —BEMN~ 7 A0 DNA AR KO
HWEEZRETHLOTIIRNT EERBL TS EfEREI72, McQueen & (2003 ) DOHFSET
IX. C57BL/6, B6.A KN A/J <~ AfkE, B KN NATI NI U ABLIFERON I VAV 2= )
~ 7 Z hNAT1:A/J X OV hNAT1:C57 Z IV T, = 7 A NAT2 %f3LiE{s - & 4-Aminobiphenyl-DNA f+f
mwgk@%KHW%%%ﬁﬁw&wéﬁ%@%ﬁﬁ%bkoLﬂb ~ U AP NAT2 1EHEDE

TR CTH Y . BE 5 < 4-Aminobiphenyl DEREHMEICHEEL 52 D123 +0 Tldenr o7z, i

@ﬁ: TiX. E b TiE N-hydroxy-4-aminobiphenyl ® O-7 & F /L LIZIEL NAT2 Ti&72 < NATI 28

BIE LTS Z LRI TS (Oda, 2004 4),

FTo NI R~ 7 A DO RRFFRNIRER S & 5, #1213, B6C3F1 T, 4-Aminobiphenyl
X, Hras 8503 K2 61 IZBWTEIZ C—A EZRER FEa— REO G-T F T A=Y
3 VAR 2T DHOICK L, CD-1 ~ 7 A TIL, H-ras Bic+ 2 R 61 l2BIT D Rk
FITAST b7 A=V g Th-o7- (Manjanatha 5. 1996 4F),

&5 D F AN I EESE & 035 C o 5 A3, 4-Aminobiphenyl D% D3 ABFE D R B C Ol fu
Bl 2T TR 7e v, F Tz, B TR AR R (Schieferstein &, 1985 42) Tik, Bk
DADIEITHEDH Th o7 3, BB ORERITMMESL IZTEWZ ERHESN TS, L
LZDZ &Iz TEEAM Bl STy (BBiR),

)95 & 4-Aminobiphenyl FEFEMEEMEFE S A D MOA X, HHITEME/L. DNA KR,
B TR E B2 & Te—H D key events 23 5- LTV 5 Z E R HMNIT/ -T2,
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TOZEIE, WEMICEEDH D EELET I U EAWEMEIC Lo TELITHIbEN TV,
LU, BI5-3 2RE OREE OFEM, Tl T OIRERFF M OB O ORISR ) OFEM, & Mk
A AEKISHBOIZRIZON T, T2 X v v T PRiK-> T D, Tk, BA T DR
DOEMESZEZ 2z UE, HENTH S, FIFAFHRERT — X2 136G MOA %X 501+ Th b
EEZONDN, ZHDDRMEFEEDEBIZ OV TUIRANRERENFMMZ ZE T2 4LENH 5
(% 3),

# 3. 4-Aminobiphenyl BEREFE S AMEIC BB E 5- % % FAER T

1 T 27 WALEESE DB A HIETE
2 s OIEMEAL F 72 I3 ANTEME(LIC 2 B % B 2 218 {ai2 8 (B : slow acetylator 2 N rapid

acetylator)

RO pH (FIZRFORBLZIT D) LMORMKSIY

PREHEBEHIIGHEE (4-7 2 ©7 = =V OmMER G, 23R 5 25
L OHA & OPFRATEIZ LV FESND)

S~ W

EBEW L b L DD key evants DIRAH), BHREVIZESWNT, MOA®DE
L OBEMEE ABIICHRT AT LA TE 520

4-Aminobiphenyl FFEFEMEREEDS A D key events TV ENEZ XFFTHE ML E N ORFERIZEHT
HHE N T ANRSH S, N-hydroxylamine ~DHIWEMAL D EIEES TR Y, IHEHLDOT=
WL ODDBEEN RSN TN DIED, N-TBF b & N-B Ra % bR A M E 7213
P> S D AREED H HMOBEE R I N TS, BIEMZRIZI NG OEERETEEICRE
L. 4-Aminobiphenyl (X< #EITxTT DEEMEIE DS A DM ET HEREE L SE DL, v U A
A XD DNA oSN b O EFR—d DNA k7 e k @Jﬂﬁ%%ﬁﬂ@ﬂiﬁa sShTk
D, FROERFMHEEZETHIENHOLNCRoT-, S 6T, KEREFHMENDL, 4-
Aminobiphenyl Dt MIBIF DEHEPERENSAMEDNTEH STV D

[ I 28 Au i, BRSO E R IE < B2 & Vo 72 4-Aminobiphenyl O & B L T\ 5, 4-
Aminobiphenyl . 1935 D 1955 4F F CKETRLE S 4L (Melick 5, 1955 ), iD=
LB IEAIE LT STV, BIE CTIEMENITITAEE I TOHRY, RO 4-
Aminobiphenyl [ZHEZERTIE < & ST HHBIFE O 1 RINZIRIE L 7o FHFE Tl B2 A D38 A=
BNENZ ENRFEIN TS (Melick 5., 1955 4, 1971 4= ; Melamed 5. 1960 4F ; Koss
1965 4, 1969 4F), 503 NDOJ##E D 5 5, HIFEZ2IZIB W T 59 BB, £ D 5 6 35 BTG
AU IEREDS AU D3RR S VT s AFRIE 7 BlITHIRRR2 I B W TR D £ £ | 7 Bl DO JRIK THET L,
10 FlTEFHAE CTE Ty (Koss B, 1969 1), 72X ZOFEIZINZ T, RBKOERZEZTY)
BOBBETHEL D b O~ BECAEREETOWE G H % X 9 Th % (Skipper ©,2003 4F)
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BRESHR & SN TWD HD1E, KEE I—r v o3BT DR A DIEFD 40%75> 5 70%% 5
DTS (TARC, 1986 4 ; Castelao &, 2001 4F), A o (AR X, 7 vy R¥ 3 a (B4
JERZ M) 12 EE~_ T 4-Aminobiphenyl % X W %< & A TW5 (Bryant H, 1988 4F),

4-Aminobiphenyl DFEPEFE D MIZBIT D~ T ARA X T/R ST key events (X, I HF S DfE
10 4-Aminobiphenyl [IZIX< @S N7o b P 2 RICFHE S TWSH 28, B b OIRES BRI A AV
7z invitro FHIE BFIH SN TND (K4 2SH),

# 4. 4-Aminobiphenyl IZ X % JRBEBEBEFE 23 A D key events DR ] — B EFHAM

key events <*UA A X = 8
1. SOGVEBE 98 ~ O ETEME( L + + +
2. DNA & DI ik + + +
3. ZBRJFVE + + +
4 NN . . .

WU &7 4-Aminobiphenyl (X, CYP1A2 12 X » THFIET N-fi#{b &%, CYPIA2 1 CYPIAL
EOFEFRMENR R BN 200b b, B WEREEZAELTEY, FEToA RS
% (Lang & Pelkonen, 1999), fhdf#551%, N-hydroxylamine ~DfCEHFINEIELZ R — 95,

NAT1 L TN NAT2 (X224, 3O T v F bzt 5, T7bb, 7UALTIDN-T
& F V(b N-hydroxylamine ® O-7 EF /AL LT Ve RexH AEO N, O-7&F/LETHD
(Flammang & Kadlubar, 1986 4F- ; Mattano &, 1989 4 ; Fretland &, 1997 4F ; Hein &, 2000 %),
N-TEFNV T AT 27 —8BIZLD N-TEF VKL, EI ﬁ/ﬁkéﬂﬁ 4-Aminobiphenyl ™7
T h7TIRBT I CHARTN-B Fax i boig & LT/J\éb\t L BEBEFE DS AR L

TIRENREHT D é:%z %%Lﬂ\z) NAT 74 V7 4 — L% a— M“é 2 SOBEFITIE
NATL & NAT2 3% ) | BT OERIT e MBI BN A ORZ ML BHEL T % (Hein
H. 2000 ), 1FEA <E @ﬁn %. NAT2 @ slow acetylator 23EMEFEA A D U A 7 % R~ LT
WD EEFRT VBT DY AATKTT D NATL s O % 51380 5 7> CTidZe - (Cartwright 5
1982 4 ; Hein &, 2000 4%), M2EEE O TIiL, slow acetylator DOFEHLIZESH# 9% 4-Aminobiphenyl -
ANET T E AN LD L FET D (Vineis 5, 1990 4F), £72, NAT1 & NAT2 OFH A AR
DRIESFLTUN D (Cascorbi B, 2001 4F), RA Y OEMAABE 425 NExtge L LI=F%E T,
Cascorbi & (2001 %) 1%, AFDZ &SI L7z, (1) NAT1*10 s 7D NAT2*4 &5 1
T~ DER Sy E 7288 (2) A L7IER T O rapid NAT2 &+ A2 A4 5 b 2Bt 5. NAT1I*10
B TR OBBEEDIKS (3) 21T < BIFE & NAT2* slow /NAT1*4 &5 RO G %, B
WELBIZED UV AT DRV IRERIC T, BAJEFNE 5.96 % (2.96-12.0) OHE TH 7=

(P<0.0001),
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L7ZMo T, RFRZBREE Y A7 RFITIE BENDHA. NAT2*4 O NAT1*10 %43 A iR
BEREDR A DY 27 EBITIRNZ LB RIBENS,

CYP1A2 (Oscarson &, n.d.) X TNNAT2 (Hein 5. 2000 4) &z O 2H %, v MEFIZKIT 5
IIND ORERTEEOEB) & BE L T\ 523, CYPIA2 ?ﬁrﬁz@ﬂﬁ@zﬁﬁ{ﬁéﬁﬁl L0 THD
DT ELHENIC I TR (Sachse H, 2003 42), S B2, BEFICFHE X5 CYPLA B
%’—@%Yéfﬁi CYPI1A2 B IEEZ =9 5 (Sesardic ©, 1988 ; Eaton 5, 1995 4), 4-Aminobiphenyl

ZIX<#FE &, CYPIA2 & @V slow NAT2 T2 58817 S EARIEL, CYPIA2 &1KU> rapid NAT2 1%
ﬁ’%%fﬁj—éﬂﬁlﬁ?i Y % . N-hydroxy-4-aminobiphenyl @ L ~UL23 @\, L7273 > T, ATl & BEEIC
1 5 4-Aminobiphenyl -~ 7 1 B2 1A & 4-Aminobiphenyl-DNA - IKD @ L~V & 49
LT ENTHEND,

NSl {57 RBL KON TP53 1d, Wt A, FRICIKENEEE O FLEENES £ 0 b & B ORI
FEBAVICEE LTS LS ThD, WBEFITMREHOFMEICEE L TnD, é 51z, TP53
I%. DNA 815, Mzt O A= o1& & 2 872 L (Hickman &, 2002 ) | & OB 7 EMIL
%’E@ODUI\‘%@%E%E@EEW% (Vousden & Lu, 2002 4£), RB1 OARIEVEAL & 5 AN~ i 1 7]
WS R &3 Cud  (Cairns &, 1991 4F ; Ishikawa . 1991 4E : Presti . 1991 4 ; Primdahl
5. 2000 4F), 45 BIORERES A% RtGe L LT-FFE T, TPS3 AR EZHTH 9 ANDHIH T AR L
— F 3 ofEE (APEME~0RMEET) TH-o7= (Martone 5., 1998 4F), RB1 O AIEMEALIE
I PNIRIEPEREIE DS AU D 30~80% CH4 L (Cairns 5. 1991 4F ; Logothetis &, 1992 4F ; Wright
5. 1995 4 ; Toachim &, 2000 ), £ < DA ~T m#EGM 13q KK LK D OXNLEIsF D%
IRE R DFE RIS (Cordon-Cardo & Reuter, 1997 ), 72 < & 30 DOJEGZ 4 L 7-HF52
Tl RIEPEREEAS A D 40~60%T TP53 Z2RE LG8 HiL7z (Tiguert 5. 2001 45 ; Lu O,
2002 ), FFEA B OB v b ARy MIFERI NN T2m, BERO 90%LL Lix>—r V2 4-9 (2%
LTV, TPR3 D=7 V5. 7 kY8 &t DNA Wi J112%1F 5 N-hydroxy-4-aminobiphenyl ¢
FEO AT FVOWFIETIX, FE CpG FLCTH 5 285 22 KU KX CpG AL TH D 175 JL ¥ 248 =

\BSEMNCHE ST 5 2 & 3R ézht# C5 v P U AT NALBIE Z o 722 I DR Z 1
7= (Feng &, 2002 1), FEH I, B AICZEIT D TP53 DR AT hLas, Z OIEESOJFIA
T& % 4-Aminobiphenyl D% H| % 58 < Tﬂ*“L’CD‘é LifEm O 7,

4-Aminobiphenyl DEREEHIE < FEDIRTH D X N DE~DIXL FEiL, A ERIEOM T T, 4-
Aminobiphenyl-~F 7' 1 B AIAMAEOHIN & BAE L T\ 5, MR (n=14) & IR (n=38)
DOEMEDOHFZETIL, 4-Aminobiphenyl -~F 7' 17 B LULjd, BEE CTlX 183+ 108 pg/g ~E 7 11
By, FEREE TIL22+8pg/g ~E R E L THhoDITR L, ENENDOIREDO L ~L(F 92 +
S4pg/g ~EZ B E L L 17£13pg/g ~EZ B E Y (Coghlin &, 1991 4F) THhotz, ZDFEE, JE
PR DNA OFFEICB W TR A THEEZE I TWS (Curlghano 5. 1996 F), A ZV 7, U
J DFEEZBT DHFETIE, ~F 7 v e AIMARE (X<@EEOMRM L LT, £72 DNA HIIED
AREMEDIRIE & LT &4 %) Id. 4-Aminobiphenyl DGR T 5 # N a~D X< gEm & BHE
LTk (BEANa>ERSADY 27 THREREROMEM 2N 54072 (Bryant 5, 1988 4F), FIZIL
SBEOFIETH DANMEBDOIFIE L DAL L ZREODIT DIEFRICIIRE XY v T 0H D,
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t bk CiX. 4-Aminobiphenyl [ZBEES A & DAHBLE L TWD 03, <~ 7 A TR & BERE D fEEE 23
FHRINTND, lFgeFrBEICBIT 2 26 OFfED BARRYZ2 BRI 5 202 SHLTUVZRUNAS,
AT % N-T 2T WALBER DTEHALOBENZ LD D EZEZA LN D, MBILIZHERT I 12k
DIFRED A LR L CTWAD LI, N-Z 7 v U BITBEERE S A EBE L T s L9
Thd, TEFMUCIIHEL RPERH DM, b hTEHECHE T REATHY, 7TET LR
HODBVUNERETON-TEF LI T AT 2T BRI KRESEEBIND, B hOMBEN.
4-Aminobiphenyl & Z ORFHPOMRHIZBE G L TWDE DI HONTHFE S TE 72, CYPIA2 1, b
MFI 7 v Y — A5 2 X % 4-aminobiphenyl 7> & N-hydroxy-4-aminobiphenyl ~DEHZEI 5- L T
% (Butler . 1989 % b), N-hydroxy-4-aminobiphenyl (%, & kTl OVZ 10 & 0 FREE TRV D3,
FENFH R OMILEMEAN R R T 27 =T =BTk - T, Ml DNA &IAFREET D AEMMIC
RF S D0, PEESCHERE SR D & DIZ Lo TER@ S22, B TOALE N7 v A7 =27
—BIEEORMEZBETDHE, ALK NI A7 =27 —BIIFAMEL TD N-hydroxy-4-
aminobiphenyl DAY FHIFIHEEZ AR T S, BEREOfFasMsE & U CHRET D ATREMEDS RIR 41T
W% (Chou B, 1995 %), —J7, b MR EEGMAICFET D N-TEF AL F T A7 27 —F

(Frederickson ©, 1992 ; Swaminathan & Reznikoff, 1992 %) |%, N-hydroxy-4-aminobiphenyl A O}
DT ' F LAY N-hydroxy-4-acetylaminobiphenyl XX N-7 & b ¥ -4-7EF /LT I /&7
= =/V% DNA ISHEMEITARHT 5 Z LA T& 5, N-(deoxyguanosin-8-yl)-4-aminobiphenyl & 3=
FEfI MR 7 v~ 75 7 Z41, N-hydroxy-4-aminobiphenyl DA k> LA CTH7-
DNA &7z PP-IRA T R_Y 7RI LY | 4 SDOBEEAR v R3S BN R~ T, R
t MR ERM A WS EITIE 5 DOMIEREO b, €055 22304 vk
HWIEGEBICRBO T 2 DOMIMEEFRIC Tholz, ZDOZ b, TEF AL OIENEL
TR DIFAED IRIE STz,

A kA W EBR E RO FERIZE Y . B FORK BEMRI 7 0 Y — 087 v F /1 5s
BIEMEEZH LTV D Z EB/R S U TE Y | N-hydroxy-4-aminobiphenyl @ RNA <> DNA ~DifE A1,
4-Acetylaminobiphenyl, N-hydroxy-4-acetylaminobiphenyl, & 721%7 & F /L CoA % 7 & F /LAt HK
ELTEHLEICR I D Z ER/RSILTUV S (Hatcher 5, 1993 4F), % 72, N-hydroxy-4-aminobiphenyl,
N-acetoxy-4-acetylaminobiphenyl, N-acetoxy-4-aminobiphenyl & (it S THAEL L 72 DNA fHIM{AD
RpARANTRY L, o7 e 7 7 A V&R L, N-acetoxy-4-aminobiphenyl 2354 U 57 Y
N=b b= AT PNRBEORISHETH L Z L 2R A Lz, ZOMIMMEOREEIX, N-
(deoxyguanosin-8-yl)-4-aminobiphenyl(dG-C8-aminobiphenyl) < N-(deoxyadenosin-8-yl)-4-
aminobiphenyl(dA-C8-aminobiphenyl)® 3°,5’- B A R A AR FHE(R (Frederickson &, 1992 4 ; Hatcher
& Swaminathanosin, 1995 %) } U" N-(deoxyguanosin-N(2)-yl)-4-azobiphenyl (Hatcher & Swaminathan,
2002 4F) L LCHESNL TN,

WA L JEMRE 2 A Heifs U 72 i, Gl MOA Db h~DBHEMEZ X H+ 2560 Th D, Ti
JEEIE S A 46 151 DIFSE Tl 4-Aminobiphenyl-DNA -] A 0 S35 FH s Y o 5 13 FERRJEE R (11371,
n=22) XV LHEOBYEE (275481, n=24) OFNAEIZE -7 (Curigliano ., 1996 4F), [A]
BROFE R D MEIEMAE (Flamini . 1998 4F) M OVFLAR#HHL (Faraglia &, 2003 42) (2 2W\W T H#iE
STV S, 4-Aminobiphenyl -~E 7 1 B U APIIMAEZ X< BOEE E LTHERT 5 & Bt AR
FIFHEHE LD LR LUV TH 72D L (Del Santo B, 1991 ) fids A BB I1TE 5 Ti
7o 7z (Weston 5, 1991 4), Z OEWV ORI AHTH 5,
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t P ORERR TH LN BIEEEO = BT A2 2 T, 4-Aminobiphenyl |%, & NREE E
R 2 7 v Y — AR X - T, S. typhimurium YG1024 (O-7 & F NV b T A7 2T —F
TEMEDEVY TAIS DIRARR) OERFHMEICRE SN D Z L2030 575, TAIS Bk EH K TIIARH S
72y (Hatcher . 1993 4F), ZOHIZETIL, MofEE /21T v MEMITFA~ S TH2R0,

6-F A4 77 = Mt EE EARIX . 4-Aminobiphenyl H K~ X < #& . F 72 1% N-hydroxy-4-
aminobiphenyl, N-hydroxy-4-aminobiphenyl, N-acetoxy-4-acetylaminobiphenyl ~®™ X< #&IZ L > T,
FENEZEE SV40 REE ke bIREE ERAIIUR CHEET 5 2 L3 TE 5 (Bookland &, 1992 4F a), #l
LI NTAEMEIZIE, FMAPEAGHANTE LR R I T L S o 1o, BRI E ORI AE
M Z 76T 2D DOR/NREEIZLLTOEY Th > 72, N-acetoxy-4-acetylaminobiphenyl, 2
umol/L ; N-hydroxy-4-acetylaminobiphenyl, 5 umol/L ; N-hydroxy-4-aminobiphenyl, 20 umol/L ; &}
4-Aminobiphenyl, 100 pmol/L, 72, ZHOHDOWED 5 H D 3 DITLE LIcfifnz X — K~ 17 A
W TER L EEORNAET L RIRA b & LTz invitro-invivo 7 > EAIZEBWT, [ALE K
RIEALIR S b B 2 U 72 G ETE B s DU T Bt 28 i S 4u72 (Bookland 5, 1992
£ b)), WHEEHIIT X TORBRTRENTZD, R/NREIZLLTO®EY Th -7z, N-hydroxy-4-
acetylaminobiphenyl, 0.5 pmol/L ; N-hydroxy-4-aminobiphenyl, 0.5 pmol/L ; &%} 4-Aminobiphenyl,
20 pmol/L, ZRARZSH & bl U O HES IS LB AR IRIE D ST DMEN Z L M S TV o208, Th
ZED LIRS NENIF LN TIERY, 2T, BEEHRDSZERERITKFEE T, BEE
BT AR LEVNVEEELH LTV D0, EIFBICHIEOREDE N Z KL TV 2 alRetk
AT PR

FRTHE, vT A A X, B MIBWT, MOA @ key events [TEMEMICIZF U TH D : N-
hydroxylamine ~DAGFHHWEME(L & LUK BUSHEREFME (BZb< =M b=UAhAfF)
DR, 7T = NMEDIEE, BAS FZRER KL OB ADIEK TH D, EOBIBTNERL,
EOXICLTHRANRTERINDDONE, B rERENALDOMIZITET 2 FHRIIHA LI
SINTVRYY, ZIUTH 21D 5T, MOA IFHMEICRINTEY , BIET L CThEe FTHET
Tho,

EEE L v b EDORDOERER E 2 IXESTFHEROWT IO EMERIZE S
T. MOA e ~DEEHEMZ AR HERR TAZEN TEDN

PLEFFIR L7 & 912, 4-Aminobiphenyl ORGAITEME L, DNA MK, ZRIFMIZ, vV A, A
X, b FTIREEMICFEICTHY, Zhb 3 TIIBEMRESEZHERE L, ~ VA, Ty b, UHF
TIXZDOMOIEEZFHRT 5, WU, A0, PEHICBET 235 HE S TnRna, w7 X
4; bt N THRAET DRI BRI IT 5 DNA IR ESEEIL T Z &b, 3FOM T

T E R AR E TIIR NI ERBR I TV D,
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3FEOBEROWBRITELL TV DR, BENREWVIHLLTHD, ZhboEWL, TR
2% FE R g D BAE OBV O—ER & FH L, DNA MIMED A RRIZ IS 1T 5 E B 7 & /R LT
WHRIREMER H D, ZHICTH b LT, ZIHDEW L, EOMTYH, &5 WIEER R SRR
HTH, BRI MOA ZHEET 2D TiHZe <, HANEME L & RIEME(LD T2 DFET D%
BOEMES L —FH L T\D

B O BRDMNIMEOEERESCHER, MkEICIIT 2 BRREVWNFET 259, L
L. 3 FF T THERNZ  OMIMERBRIH SN2 Z Lnb . 3720 2 < OLER R INA D E
EINTNDZ ERDOND,

vr?ﬂ A X b M@ A AR T H DIERE O IR ERIE TERERAIHEEL L T 5 (Pauli
L1983 47 JRIE BRzIZ, PENZR I ORISR 53U T HERE D K 77 A 1 O Ky 72 FE R FRE B
uﬂﬁ%ﬁbﬂ\é PRI BRI, R LR Z VR EThHUR T IX bR ENT
BY ., TORFNIFEB CTREICRFEINTND (Wu b, 1994 4), 5T, JRE BRI, 3T
NTORIZBW TSR L L T 5,

F7o. R pH SCHERBEE 72 &L JRIE B2 DNA IR O e my 2 EA BB % - 2 DK 1 [F]
ESNTWD (Cohen &, 1995 4% ; Sarkar &, 2002 4F), pH O#PHIIFEIC L > TR, ~ 7
A, A XK FORpH X, BHICEHYELOT VH Ve, 7P EIcE# 5, ViR LIZRD

2, BRREVIIAELDLHO0, Zbidt MIBIT D MOA OFELZHERT 2 & D Tk,

DNA SSHELISA D MOA % 7RIB4 5 = 7 » A (X 72\, LA L, 4-Aminobiphenyl DFEBEFE 3 A
X9 2 BT ORBICEI L CiE, ) TR ZNF/ET 5, 4-Aminobiphenyl DEH#)1X DNA
ERERICH R E (') EBMAEEH L. 4-Aminobiphenyl ORI 75
%ﬁﬁ”%’) ZEDBHALMNI/2 2T D (Schieferstein . 1985 4FE ; Reznikoff 5. 1986 4 ; Kadlubar

. 1991 4F), 4-Aminobiphenyl O & H & 512 L 5~ 7 ABEME O MR & BRI, IR
%LBZ%H}H@& YR EEOMAERNEE L TWDAEEMED & S, DNA O E | KT 54
L & MR O A AAE L, DNA MIED BB TH 21260200 67, EEO
BSOS > 7' A REICHDH Z L %#FHH LT % (Cohen & Ellwein, 1990 4F), SR bR
fadEth & 4 U D AIREMEN & D~ 7 AD JRFIC L S 405 @R E O 4-Aminobiphenyl 1%, — #9152 Ef
BRI CIEER STy, UL, oo (REo) ¥ IL, W8S (Auerbach & Garfinkel,
1989 4F) TR FR OB A ERT 5 LD ICH 2 5, T OMBIEEIEOIENI, 89 & 72 % DNA
BERGRI OH A KIFIZHEL L, EFICP-< D k%ﬁ%ﬁ“é@%ﬁz@@&ﬂh&“ &g UCL BRI %t
9% 4-Aminobiphenyl DA RIFIZHBT 2, 2O X, vV ALHIRLTE RO 4-
Aminobiphenyl O] 5 TR E 7280 /113E 2 12< v, LorL, ¥ 7 A TiX 4-Aminobiphenyl H.—®
WEIZ XD DNA SUGHE & AIRRIETE O FE SN RN 2 N 2 DFEOEHEIRIR G OFk % 7B I
STHIEEIDZENRENTND
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4-Aminobiphenyl ~DORZERIT < FEIX, 72X ZOELD 4 4-Amin0biphenyl OHENZNWEEZL
o, RGBS A OFEAEZRDEE | Z R TRREMIZIES B SN DL DT 072 0 &
MolelebThbD, L, 2 b DRSEIL B0 IEA LT E“C VA R RO IR B L B A
@D DNA SIME L~V 2 EBEIIZHIET 5 2 N TE T, £, HAOBERE 23325 Z & 1%
Ielro7e (Koss B, 1965 4, 1969 4F),

ZRT 5 L FETORAREVIIFIET D523, vV ALA X LFEL MOA 2t MIb YT
£D T L EPBRT DL O TR,

ff:k i e 1;::@'& ﬁ@ﬁ&u%ﬁ#@na

HEE S 41D MOA DX B RS 13, AHIAOIEE L DNA HIMATE B & ONZE9RZE BLOD key events 73,
VA, A XKPE MZBWTEEMICHRI L TH S Z EA2RT, ZIUIRIARRERET A
Ko THBITKFFS LTV 5, 4-Aminobiphenyl 23 & s DFEIERNAME TH D LW H 580>+
BIRTET U ANDH D, LN, BZREBLNAOERELOMICMET DI AT v 72O TH=
BT U AIARR LTS, IR E & TP53 225828 8 & D BHIZ DWW TEB L7223, Z4u D DFFE
DRI ZEAITIES OHELITH S B TEIL, UE LIENREMEOFRK (3] 21X, A F b Shi- CpG
WAL COBT Y ) ThHID, SfFI0H 2 DO TIEAR, B AT 5 TP53 ZERZ8 FiC
DOUWTIE, JEFIIRAFZE TAFZE S LTV D (Schroeder 5, 2003 4F), S 512, b FORE R fE
BOIFE A S IHKEEEOALFRETH Y, —RICTPE3EREZAH L T,

N-hydroxy-4-acetylaminobiphenyl (D Z5 ¥ 2~ kL%, Big Blue mouse O A PEARHEZE MR IZ 351
TWFE ST D (Bessaratinia . 2002 4F), 2156 OHIfE % 24 BERALERT 5 & | cll Bin 1 D%E
SRIEFMAFEN N 7 7T 7 0 R Ll U TR 12.8 (5D A BARIFRIZ2 N A b 725 Uiz, —HikE
BRI, EEIE CIEZERE B D 86%. ﬁ%m@fi REBRD 14%% 5O Tz, ThbD%E
HDHI B, 63%E 36%IXZTNTN cll BRI -T2 7 7 = A TRA LT, AEMTIE cll
Lh%@%ﬁ@ﬂ%#GHT@F7/ZA%73/T%OK DITKE L, *FRRAII Tl & — Ay
REBIIHEATHY, ZHEERD 19%% 5D T, FEIRMAIED~ v B 712k,
5 >0 DNA fHIMAEAL S HESE ST, Z D 9 B D 4 O1F N-hydroxy-4-acetylaminobiphenyl |2 & 5
FERBEREANTHY , I GoT FT U ANR—=a o Z2AET TV, LLARRS, b MEAR
AD TPE3BIE T TlX, GoA b7 Ty a VMBS (53%) THYH ., £D 5 DOERK Yy h AR
v b (= R 175, 248, 273, 280, 285) OFT R TTHEET, ZDH LD 3 DiFEAF /L CpG K
v FARw b (175, 248, 273) (T o7z, cll BIEFTlE, FEINDERERE v ARy B
B ATF UL CpG VX7 LA TF RIZffi> TR, ZOHEN S cll uf:% 1+ % N-hydroxy-
4-acetylaminobiphenyl |Z L > TiHE Z I 52 %Wﬁ:/\f’ &L b MERBAIZET S TP53 Eix
T BRSO ERER NS — U L ORIZIIRE R X Y v TR 5 EfliwmD 7‘ bd, Lavl,
4-Aminobiphenyl |2 X > THE I N D RREE AT FUIZEIT D A F/RIREELCHER G IE O &
FNEEEHENT SN TR, 72, TP BInT-OER A~ FViX, EEGFRAEFEORR %
L7t D THDZ EICHEE LRTHIER LR,
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PLEDOFENT D6 4-Aminobiphenyl 2723 A MOA IZEMAET L THIHINLTE Y . £ MOA I1IF
PERIC S EEAIZ S B MIBE L TWD Z ERH LN o7, ZOMEIZES < Fifmit, &5
B2 5 v AN < Th, 4-Aminobiphenyl Xt NIk L TENBADBERIENRH D EVWH Z LT
H5,

FERR Y A7 ZAT O T2 IZiE, MERISK Tt F~DIX< TIZET 2 BIERBHETH
%o ERROBEHRICESNT, BEN GBED) E<BEREZS BEREPRINDIE<EICLD
NI AT B TFRL TS, FEREZROREIE BICBITDEBERY 271250 TE, 672
LIRHTINSMETH D, MOA FENTIZ., T DX 5 Rkl D 7= O K & k2 it 5, 4-
Aminobiphenyl |ZB9 2 EHA T BT 2 AT, MOA @ HRF |2 &k » THEE SN D fEama XFF L T
%o

4-Aminobiphenyl & & NEHEIMET L— AT — 2

4-Aminobiphenyl (%, #&"8 X411 C\ % IPCS HRF % VT MOA fHTIZEESWCEHMli L 7=, =D
fE L. DNA S MOA @ key events Cd D EIHIIENEL, DNA MAIMETE R, 2 BIFME, A A
X, B MZBWTHE YT AL X EOEWET /L EFERTH Y . 4-Aminobiphenyl i3t MIxf L
THRNDADEERMEZ RTZERHA LN ST, 2O MOA T OIEHIL, b MIRT 558870
WA AT I EAEET DO OFEN R ERELZIRMT 20O TH S, ZOLFEWEIZ OV T,
HRF i 68 & B Sz fiim 2 MAE T 2 72O O REMREFNT BT v A BIFET 5,

20D MOA Tid., EDOXIRBInFNRRERL, ZOBIBTFEMNREDL I ITLTHEBAIZ
DIRMD DD EV I ENND key events [, 4-Aminobiphenyl TiZAI HAL TN ey, Lo, 22T
TREINTZT L= T =T fRITIZEE SN T MOA D ET UV ADEFEEEZZE2DH L, Z0Z LiX
fhiam 872 9 O TIEARW,

B DAL FHE S DNA JUSHE MOA IZ X > TRBAT D LFERSIT DICiE, ED X H s —4n
WBLIR D)2 Fox DRET D DL, D7 &b DNA fHIEA, FEARAE CAER &, Z DI
BICERFMSE (RIS EOBFEIZ» 0D B L2 EETHI L ThHDH, ARIFMN
X, ZZTIEHBEHEEEVIAVERLD S, L BEMTREMNZEERE THWON TS, in
vivo I E < FEtE DRERIFHFRIZ 31T 5 DNA AN K OV LR ASRER] S i, HEE S 4172 MOA @
AN BT 5, FFE OMHHRE & 758 S LD RFED DNA A ZFRET 2 Z L2k v, B
T EE MAMET D20 OENT-RILAG LS,

ZOHEHNL, MOA BT 1T DML AWM 27 —# OBAERZ2A M Z R L T oD, L
MU, BELEWICEET 57T — % O S MIL, invivo THilinvitro Thil, +IZIEMSbSL D
WENH D, £7-. DNA BUNESCERFEMIZOWTIE, 2 E T HoICBIR ST E S
PEARRICBE T 2 = B F  ZADEAIF TS, 7 L— AU =V ITICET RXETH D,
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Lt USEPA O J5#t% Sk L7= & 0 TlE72\ )y, Andrew Kligerman &+ & Doug Wolf i £ D EE 2 L
B —ITEHT D,
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K OWRE O DOER TH o722 EDBLEMIT SRS (Til 5, 1989 4 ; Tobe 5, 1989
).

RVAT VT B RiE, AN O N-, O-J O St A F AL RIS O NRITEREHEY TH U (Hardman
5, 2001 ) (X< BE ST T2 W FLFA O IEH 72 M AR AL 1340 2.0~2.6 pg/g TH 5 (Heck &
1982 4, 1985 4 ; Casanova &, 1988 ), AAPEFR /L AT LT & RIZRIL S5 & Sl fig 7
N5, RIVLAT AT e REFIRNE S ST v M2 5 msEh o 3038 143 T (Rietbrock,
1965 ), BILINTZ T NE T AL ERGHOARITKGT D, £ LT, T a—/LKERESE 3
(ADH3, 7 VB2 F A ARGFHER NV LT AT 8 RAKFREEZE L THHLNATND) OREETHD
SERaXFTATFAITNANAT AU ERR L, SSHVINVIT VAT H o 2EAT D (Udtila &
Koivusalo, 1974 4E ; Koivusalo 5. 1989 4£),
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USRI INT AT A e KrT—FE (Uotila & Koivusalo, 1997 ) 12X > CTEHIZFK
Nt S, SNV EF AU EEDESED, ADH3 Lt R - A F LTV EF 4 ok
D7D D Km fEIEHK) 0.004 mmol/L TH V| IRV AT LT B ROREIXS IRV ATREMEDY &
VN (Uotila & Koivusalo, 1997 4 ; Hedberg ©. 1998 4F), F£7=, RV AT IVTE RNV AT A UK
OV ATA =N T Y DRI RTFA—NVEERET DI LT, BEFHIICEETHLI D LIL
720 (Holmquist & Vallee, 1991 %), Z DRNRAYRFERARH A 7 = X LITINA T, MEEREIT AT A
RERND TRBO LRER#ET D, Lo T, MRS W Clfa 3 34 3 2 iR L
AT NVT e RE@RETHRLI O, IO ORERELIRT S 2 ENRMNETH Y, HERT
EREDORLVLAT VT b FARREEREAICEE S D LERD D, BBRANEIC L > THETE
FOH LTI ERIT. Ty MBI AKRALAT AT E ROMEERENE L TV A R TH
H+5Z L ThsD (Casanova & Heck, 1987 4F),

RV LT VT B RIRANE S BRICHE S RO AT E BIE L T 5 E 2R IEMEEE & OV
FEVE I, MIlaEErE, DPX JERL, Sl BRGIIL O FBAMEIEAE, R LR A A R OMRAEA &
D, NSRRI TEEZICHERERPOSERTH Y . AESADIFERLE —FHL T
50

mﬁm@mWﬁﬁ@mL®&ﬁi ELJPE PN O R TE FEUE N ORERIAIIE R DR & SUTIRAFE L,

M E TR BEORE L FITHET 2 01F Tl (Swenberg &, 1983 4, 1986 4F ;
Mmmm%\wmﬁ\W%i;Mmmm&Mmm\wwﬁn:mé@ﬁ%m\?yh\%w
KLUt N ERfilaE RS E LIz < OMZETH LN S, HIESIN TS, 3, 6, 12 XDV18 »
A O@HPFHERZR A D 24 7 A ORPAMERBRTIE, 7.2, 12 XN 18 mg/m’ ORE TIE BEINT-
7 v MEIT R TORRCCHIEFEIEMES FERE S L7 (Monticello H., 1991, 1996 4),

G L P L2 T A — S O Jp B O - R o Mg~ — - —Td 5 ps3 ¥ v
NUE (BEREAIRERZ B, £ 721X PCNA) K OMEB KRR 7 (TGF) %37l L7, E% 72 SRl
BEMETH o722, R EESATIE ps3 BPEE 7220 | FRCETIEGIERZ Th 2 ALl 7 7 —
ZWIZEBWTHAIL LTI T O p53 B2 @Bl Siv/c, PCNA OREGLE D340 & p53 D5 gL
D oA & ORIZAHBIBEMR GO H ALz (Wolf &, 1995 4F)

7 v MZET 5 DPX ORI, IREDIEMIZEEE TH Y (Casanova & Heck, 1987 4 ; Casanova
5. 1989 £F, 1994 £F ; Heck & Casanova, 1995 %), JEJFOEBALAF M &L —E L T\ % (Casanova
5. 1994 ), ZEFE1X T v N ORLEER E 72 1 3B 86 CldmH S 722 - 72 (Casanova-Schmitz &, 1984
# ; Casanova & Heck, 1987 &), DPX IR /V AT VT b R ANIZL RO T B 7P L TRHRD B
TEY ZOREN RS @WEALIE A &I T RO CRMIEE R & OEIHIE CTéh > 7= (Casanova

B, 1991 4F),
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Ty b, vUAR VU TUNBARE—=RORT AT VIZHVLT VT e RE 13 H(E] (w7 &)
F72iE 26 EREIE< B LIZAFRIZBWNT, 7y BEROT I 7P TR O R ERAAEDR 3.7
mg/m® THIL LT, U T ANARZ =R~ T A TIE4.9mg/m® THIHL L7205 72 (Rusch 5,
1983 4% ; Maronpot &, 1986 4F), #MILOERIT, T v F&E B D 5 BIREIES DS J 0 @ iE
oM THH D (Casanova B, 1994 ),

T NWEILVT VT ER

400 pg/m® ORETT AL LT IVT B R 78 WER X & SR, M~ X0 8FiEIC
FEREEEDIRAEDE Uz, F ORI, WL E S R ERZOBEHRE T ) 4% —ERr—
I (atrioturbinate) DRIFHDIEFL TH D (Zissu H. 1998 ),

TNENT VT e ROKEEFRET v 7 Z A (NTP) O Tix, MEZ ~ MZBWTELTFO
X B OIALNTED Sz,

1. BPEOR W& % /LR, S RIEDER SI2H 2R ER T, B & RIEDFEA =)
ML Tz, F‘Jﬁ/ﬁki MU E B DN & 5 EROARE)—/RBRE L X0 HEZRER T
Wx RRREDr 7 F v OEME R E TR ThH T,

2. PR BB TIE, aTEAR, BERULANIRIE IR (AT s b M ORI PR 2R - T) . RIEKR UV
?LB‘MK@J» WD B AL, HEOER TIT LR EIC ’77?/%%—5*@1/@#_0

3. HHFRROMRTE B2 Tid, MFAMERN DT NITEED bivl,

R R RO, R CRIER S NI 7V 2 LT VT b RO RIEIL, ek, U o SERE DY
TEEAIE DD O IREZR IR I T DAk 2 IR O BN B o 7=, WP, EAENICEE O
~/u7 7y —YUNFEL, BEEORAICT ERICHLFEEL QW 2O ClalgED~ 7 2z
BWT, WEDEIXT v FEFEBIL TV, MEOFNEL Y L EEE XS T2,

JNENTIVT e KX, TK6 & b U AR IZ I C DPX #75% L7- (St Clair &, 1991
), in vivo TlX, ZAZ AT 0Tk R, WA (Gross &, 1994 4F) K OVEPENEEE (St. Clair
5. 1990 4F) IZX - TEKBENTZT v N RO~ 7 ADSIENIIZS O CRlfasgs (S #) %
FHE LT, W UEREICL HWAT L CHM S iz SN GHBRIC W T AL AT LT B RTIE
20 {5 iV VB VIR EE CRIER O AR i & 3576 L 7=,

C. HEXISBM%

BVET VT ER

BWVETNTE REZSKFE LT v 6B ocT —XZIZL 5 & keyevents DB L/ H
—NIERETH Y | 2.4 mg/m® TSI ZRBOT | 7.2 mg/m® TIHHE/NDOIGEFRD, 12 LV 18
mg/m® CIERBIZSUSHIIN L T D,
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RIVAT AT E RIIESESNTET v T 24mg/m3uT@7)i%}§Kﬁ‘|%’ﬁi T B PER IR
< B L= 0 BRI T OB KO DNA RO INIEERD S 17253 - 7= (Rusch 5., 1983 4 ;
Zwart . 1988 4E ; Monticello 5. 1991 4 ; Casanova &, 1994 ), Wistar 7 v b CiZfiln o H4
T DU A 72 OB AY 3.7 mg/m® (6 BE[E/H . 5 H/AE, 13 #E) TROH L (Zwart
5. 1988 4F), [RIEEOHIRIE < #& L 7= Fischer 344 7 b Tld DNA A EGEE OB 7.2 mg/m3 T
WD HAL72 (Casanova B, 1994 4F), LU 6, ZuH O TIE, 6 HRE#% (Monticello &,
1991 45) F7213 13 % (Zwart 5, 1988 4) OFMAHEAERMELFTE 1~4 L L0 W20
7w MOERE FETITEISKSDE Z 5 L Bbhs, ﬁuﬁ7mv/7hﬁﬂmuhﬁémwf
0. 0.84, 2.4, 7.2, 12, F721% 18 mg/m> DR/ LT LT b RILEEZ 6 BEf/H, 5 H/AR, 3. 6. 12,
18, FE721% 24 » AN #& L7-HED Fischer 344 7 v NMZEBIT 2885 %2 JE L7-, ULLI DF &7
iﬂiuuﬂ}wm@fﬁf®ﬁ D BAL, ATRNALSE R O EFEEF ST BB RE o
7o A IPRRICH 1T 2 ULLL O BRI TR LIS LT LRI L7, Z DEIEMED ULLI
IR A ﬂ@“@%ﬁ%%x ﬁ%a‘u\ﬁﬁ SCBT D, HEORE & 22RO EAZBEES 2 AT
RNV AT VT B RIREOELTE Z 2RIMEIZ L D R D & % 57 (Monticello &,
1996 4£) ,

RV LT VT e RifFeME DPX JERR, bR HIRHESH K OV 1% 0 SIS O IERUE BIfR 2 % 2 1T
~RY, Casanova © (1994 4F) 23R L 7c s iEgs ek & 1&@%@&@%7@ e b O TIER L,
BB R AR ORI O DPX UG T, ISR A (12 7 fl&aE) %o DPX Kk
WZE o THIRSNTWDHREEN & 5,

fLOWFFETIE, 1.2 mgm® (1 H 22 FEfH, 7 H/AE, 26 #[#) (21X < #& L7 Fischer 344 7 v KT

. R PTREZR SRR ITERD B Ze o 723, 3.6 mg/m? 1T W\ TR F A2 IT S A O /i °F
FRALAEDHRTH o7 (Rusch &, 1983 42), [FAIFRIC 2.4 mg/m?® (6 FEfE/H, 5 A/AE, 24 » A )
(21X < #E L 7= Fischer 344 7 v hOBEBHMICBWTY, BELRRYELEREIEAEDORENREINTE
(Kerns &, 1983 4Fb), M HD T v M THE EREEEL SRR GBIEINZ, BV EEEAED
AL, ME SN TOAAEBRNKIED T T bIRRBE ORIV AT VT b R CTRAT DT
R2EBbhs,

7 v MZBWTIEMIZE R SN PR e T v EHWT, AV AT AT e Ricko
THEREINDRELERACEDSH N, RV ERO%ITICH D EREERICER L TWDE 0 E 5 »
ZREE LT, 50%LL ERNRIE ERICEE#bD > TWAEAE, RELRIBAENELTWD AR S
e 24mgm® LT CTIEK @SN 7 v bORIIIRFE ERAGAEITRD bivieo7z, 7.2 mg/m?
PLEOIEL B TIHAIEE IS, 12 £7213 18 mg/m® DIF < & Tl A TE OARIEE K ONWNARIEE |27 Ak
ENnB BN (Kimbell 5. 1997 4F),

4.8 mg/m’ LA EOWMNIEL T TIE, 7 v N TERAFENOFRIL LT VT v RO T NVHE T4 N EE
OfFFENFFRIEIZET 2L VI BTV ARDH D, FIALAT AT b FREfOEFIL, Z ORE
UL EDIEX #ZI2I1T 2 DPX, Al 5E K OIS 56 A2 28 o0 H S SO Bk D IERR AL 5 579 % Wl e
M:23% % (Casanova & Heck, 1987 &),
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#F2. BIVALTIVT b RiIZ BOEEBOLLE: : #IfESE, DNA-Z 37 BB E N

DNA- & N2 &
ZEEE (pmol

A [¥C)- ALl 7
s (PH] 7 < 7227 /dmm 7 & Figéimg
, L) @ DNA) b BWED A DFEAFHC
LT E RN
it Gy % e ENESE G 72/ /A
0 10.11 7.69 6.58 0 0 0/90 0/90 0/90 0/90
0.84 10.53 7.82 8.04 5 5 0/90 0/90 0/90 0/90
2.4 9.83 11.24 12.74 8 8 0/96 0/96 0/96 0/96
7.2 15.68 9.96 4.15 30 10 1/90 1/90 0/90 0/90
12 76.79 15.29 30.01 - — 20/90 12/90 2/90 0/90
18 93.22 59.52 75.71 150 60 69/147 17/147 9/147 8/147

a FBESNTZBEBEDOFRL LTIV e RIZ6FF/H, 5 /B, 3 » ARIES T L721ED F344 7 » b D &JE |
@ 3 fEFTCHIE L2 AfubEsE (Monticello ., 1996 4),

b FBESNZREDFRLLTILTE RIZ6 BEE/A, 5 A/E, 12 @EIES T LIZIED F344 T » b &E (
W FRRERR) oD 2 S OFEI THIE L72 DNA-Z 228 7 EAUG TG A O R, RS Ts A fEt 3 %H £ R Ol %ﬁ@
PRIEE P fMIEE | MRTE AR A BR < BT WIS E L OV 2 572 % (Casanova B, 1994 4F), 7 — & (X5 F 3Cik
7T 712 SN TN D,

c FRESNIRBEORLVATLTE RIZ1 B 6K, 1 B 5 B/AH, 24 » ARNE< #& L721EME F344 7 v TR
D BE R E T IR EBEN O SENES O AR, F T RMREE, RASE, F2EETTROIEA#E (Monticello
5. 1996 4F),

TNWEILT VT ER

TNENLT T RICIESE LT v BEAO~ T 2% AW —# O KE & 53505 NICNAS
(1994 ) IZFELHHNTWD, ZOFT, 7 v MOEPEITIHREZ AT 5 BIKWVIREIL 1000
ug/m?® (6 REfE/A, 5 A/, 138[) Tohovc (NTP, 1993 42), fix b B /R 1T MIPERTHEIZ S
AL R R MR B DO A REE LT, @R O ERAARIE, SO MIEE K& O S
Wb K<RBO SN, AL 4000 pg/m? (ZIE TBENT=T v b T b ILHFEIZERD D=,
1000 & T 2000 pg/m® BETHFRD HAL, 500 pg/m? FEORE 1 PLTHRD LN, T v b & HNWTZH]
DOWFFETIX K 776 pg/m® OPRFE T 14 M HE G- L TH BORE I3BEE 720> - 72 (Bushy Run,
1983 4£),

VDRI NVE LT IVT B RIRANZ LD EZEREWE Y TH Y, 13 EEORERClff~o 2 ¢
I RIRARTE FE D 250 pg/m® T, M~ 7 A TlE 1000 pg/m® TH BFEORIENBILR S NT-, ZD K 9 720
ZPEDEWT, v T ADIE ) BRIEDRNTZD T IR ETHELLT WD EE X H5 (NTP,
1993 4F), PRI OJR AR A0 28 1% 4000 pg/m® BED~ 7 A TR O EE TH Y | WIE LR OR
W bR OURE D & HRRE O V- R AV RPERTH O BIEMERIE N I B LTz,
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RO LERACAEITRE Th o7z, L RIEITMRIRE T, EICRERE TR b,

TIE VT IVT B R0 NTP (1993 4F) @ 13 @8 ORER Tk, SRiEDOR LR s, *
NED LBETIEH L0, WHEEDOT MY A% —Ex— O ERZ ’k‘b\f X< &I
H L72 ULLI OFZEREINNGERD bivlc, X< BT U 7o I iE ML, —xmic~ v A &
DY Ty NOHERFEMNPoT, fHx DT RAETHRIL 2 A, %%E@F$L&fi FEIELZ 4 Hp
BRI O b Te~ U A TOHRMPEMEEER O MNZE D vz, 72721, fﬁiﬂaiﬁﬂfﬁ@&f&x
HOBESELEITMHBE L TR oz, 2 HDOEEIT, Broli~ 7 2 TIX B HEEBICR DS IC
ST, 7 v MTIE, BIED R L OB T, o7 MY A& — EZ—F®@%
FRTH RBRICTAEE A BRI B S 728, ~ U AT Z ORI CORSIEF5 - 72,

D. B A BE B

BIVLT VT ER

7 v b OMERER ERENOMIRHETEIC KT A RN LT LT e RIS BEOREBIZONT, @%\¢
], BEMoEcix, Z<E MR b 5T, 24mgm® DL EOREIZIE FE LIk, S E
R DO HEFE SRR AN D Z L VRENT WD, RV AT AT B RIIZKE LT v kf
3 HRE WD B S MR S BER ST, 9Tk~ 72 ULLI BFZE T, *kwuﬁ%%
FED BN ORGE & & BT L, ZORBT, KE O BN TIIAREEDOK 2~
10 (5O MNAE R L, & T 18 » AR OBIZMM 2 & o TRERE T £ TFifi L T\ 7= (Monticello
5. 1996 4F)

EEAEDFNVLT AT E RIRAIZL D DPX B OMFZEITEHHE (T72bb, X< EWIRIN 1
H¥T) Th 572, DPX ORFRHIFIBIENEICB T 27— Z13Z L, AL AT LT b RiE%ME DPX
X, Ty hET AT LOENE ERICBIT A5 C—E L TOREN7 (Casanova ., 1991 4),
LorL, ARV AT VT E RICK 12 8RIE<E LT v hORAMEKOREE DPX &% i~ 5 4F5t
(Casanova o, 1994 %) 2BV T, 72mg/m’ DL EDORETIE, FafZIiZ< EIN=T v hofilE
B (EERAEROEWENL) DR DPX L& \ﬁ%ﬁ@ﬂ# T&otﬂ PR Je OMZ AR D B
H (EERAEROERNENL) TIEENR N oT2, FHHIC ‘N7 v hTIE. DPX D
ARERERHIIRO DN o7,

RV LT VT E REEFSMIR IS O BAMMIEANIL, DNA EREA NS5, TORE,
DPX M#HHT 5 DNA T 7 —Zins¥, ZSRERZ5I T, ZORBIT, @mEEICR
57 v FO&ETO DNA HROLE (Heck & Casanova, 1995 4F) K OWIEEFRZICEKIT 5 p53
FEELOHEN (Wolf 5, 1995 4F) IC k-~ THEFEN 5,
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18 mg/m* (2 K 2 FERIEK BEL THREINTZT v bORFELER A 11 Fd 5 FITIL, p53 faf
) DNA (cDNA) Ad510> GC HiJexhiZ sgesRE B RO H 7= (Recio B, 1992 4),

TIVEILT VT ER

Ty RO~ AD 13 BBO 7 VEZ LT VT e R AGER (NTP, 1993 4£) (Z31T 2 s
DL TIX, v~ U A THLNFER LI RIC, 7 v N OSRIREIZ IS T 5 HifaE5E o #0 (ULLD
X, RORE RN I2A L, RBREIETIX LA L7eEETH D0, EiTbThicEsd
L7z, =T ADEBEEEICIKT S ULLI O ORE & & IS8T 2 N8 -72, <
A AW AGRER (Zissu 5, 1994 45) Tik, 1.2 mgm? 2 4 HREIES T L2, SR o
R RO SRR W*}J@ﬁjﬁﬁgﬁﬁéﬂfio 4.0 mg/m’ | X< FTHET 2 WK IC D HE R
FRR RO GR O BTz, B KO TIRiE < SICBE L7 R I35 b vz d o 1o,

E. EEFRAEL key events EDOBEMEDIRS, — B M & O £M4

BNV T VT ER

RIVET VT v RFERMUNEEICRE T 2R8NS D, AFRERT —XE AR, T v
FoH L, 7w b FORA REFES, Ty ROt RO KR O invitro TH G272 5
TW5b,, FAREDOIZEETIL, DPX DREIXT v N L0 &7 AP ALOFEBH—HHEWZ &2
o7 o Tz, BRIVAT AT B RAOMERIZ RO b ERMIEEEOTLED, & hOKE
X PR E B LT v MREEZ IR~ U RACBREBM LT LR TG ST,

key events & JRj TN 72 I 558 A 58 ) QMG 58 A ERAT & O ICIIARBIBAR 3 & %, MG 03 @152
T2 sfefeik <, MIaEgsE, {bA4 K OY DPX OB 8D S 7z, DPX, Mifa k. flﬂﬂ@tﬂﬂﬁﬁ“
b4, FEEHZOW T OB ERIGEBRIT—E L TE Y, 5B T 24mgm’ T{LAEDHE
TRHEEINAERD AL, 4.8 mg/m® DL EDRETIIETOT Y RARA > MBI, ZhixE,
Wil V7 7 o AR S, ZNZ F A& Lo 2R E, 372005 48mg/m’ &
BRI AHBERMRZ R LTS, Morgan & (1986 ) IZ LD HET » b D SpEEIZ 5T 2 W AR L L
7»7tk®%@%ﬁﬁbtﬂ%fﬁ\2M@Mﬁ72myn\mmyn®%gflﬁ\95&0
14 HIX< FE%, 18 R OBEIEMMZ TN S EN T\, K2 V7 7 o Z0RFIX, X
< %H#F'ﬂf)>n§< 726%) ZONTIRANZHAPHD IR DS o 7o 3, IX< S 1L 18 R DRIEIXIZ & AL
HHLNIELGED bR oT,
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HDOREDOHREN LT T b RITIE< B%RBAET D RIEHEEICE W, ~ 7R X7 v FEY B
ZHEMENL D THD, LLRNG, Vﬁxfiﬁim%% TOWe NI U TH B/ 45 D3
WFTAHZENEL SN TWD (Brown 5. 1986 4E ; CIIT. 1999 4E)

TNELVT VT ER

RIVLAT LT E REHBELT, ZVA AT AT E RIZE > THEESNIREZ, REEEES
U%@ﬁﬁﬁ&%bfntoit\%ﬂ%@%ﬁﬁiﬁéﬁﬁéﬁbf%D\$»A7»%t$
Z 13 HEE&EG LB b i 2 Ml 2R & OEIZ AL Z 1 5 JR T 7e A L TTHE & ONE T R RE
O B> 7= (Monticello, 1990 4F ; Morgan & Monticello, 1990 47) ,

F. AMERR IR OES M

RIVALT VT ER

FHIMIC O 5 BFAMEMEEMEEME L DB PADRERNTH D W) itz KT 5=
BT U ARER S kel TS (PCS, 2002 1), AIXS BESINICEMIIZEBIT 5 RV LT VT
REBFENMESENEE I Z 695 MOA X, EMFRC 4R H Y . FIHARERT —4# & —F L Tw
Do T NaextRE UM - P EERBRCMAE OB CIL, SRR O FREGEN) 70 Al Ia S FETE
MBLEE SN TS, SIENORIEME TR (LGOI EbAE) 12, #EIEME & OB
DEN FER T — gbfwtobﬂb 7 v b OSPENESEFEIZ 31T 5 DPX, 229828 B K OSHlfm B
FEDZENZNDOEENIZRITIFHAS N T RN LITHETRETH D,

TIWVEILVT VT ER

WAL= IVEZ LT IVT e ROEE L, RALLT LT E RIFEMEESN TV, AR T
X, ZVENLTITE RiZTy e~ RORBERGEZFHE Lo, L, RAVAT VT
B ROEFRNANEIZIB T key events & 72 S35 MIaENE & MBHEGEAS, Z V2LV T VT R
TESBEENTZT v FE~ T ATHEIEINTWD, ZOZ EiF. 2D DOBENENLVLT LT
ERICESTHEHETHAZEOZYMAZRTIEDL LT AL E LR,

G. Zx6Nn5RE MOA

HRIVAT VT ER
ERIFMENRF VLT VT v RBERMEESEORAEICES L WA AREMERH S, FIHARERT —
HERHET 5 L, AALT VT B R in vitro TIHERFEMEIZSH 523, AR in vivo 7 vt A
T L CREFMEITI RN EXRIN TS, LnL, DPX AT D 2 & 2T i RIasE
<d5,

RV ALT T B Ridinvitro COBIGEIEIZ DWW TIALK AFZES LTIV . A< AL 2 F
WZiBR (Ames iR, B 28R R) TR RS 540, DNA O—AKREHEIE<° DPX DA
ZiBw7= (IARC, 2005 fEL B a—), AENTIE, SV ATITE Nidsg v g N THEL
PED & 5 IR RATFR LID T > WEOFEGMaRER T, Z0BEHEEIC OV THRT
BT AT, Lyl RV AT AT E ROIELKER, B FOESCEHOMBCRKMIM Y > /RER
IZB T DGR EEC/NERBBEEOHEMEBAEL TS LWV bThio T A EdH D
(IARC, 2005 4% ; fExZH)

84

1329



DPX WA/ LT VT & ROZEIRE BFIHMEL OB AN EORERF G L A 0E A TH
% (Recio, 1997 4 ; Merk & Speit, 1998 4 ; Speit &, 2000 4 ; Liteplo & Meek, 2003 4F), DPX
DHEEFFEICIESBOREL LTEZXLNTELR, ZROOFREORBIIMERFEMETHY |
TNd ZICEBEN R BREEA D =R LD ET VA THDLEWVWI AFLH D, LirL, DPX X
TER SIS IIC X A=V % 52 2 A RetEn dH 0 . @M CRAET 5 & MIIED E Z 5 ATREMED
BV, Fo, A TITHIE~OEEIZ N ERATIER NS OO, X XTI E- 2 Ry BB
B (PPX) DEZDHAREMENRSH D Z L LRI TS, b LEERZ /X7 E M PPX OFEKIC
BIE- L TV, s koD fil4E 4 2 ol oD Hil A | 2 508 4 AT T RTRB DS & 2 (L AR RIS HY
WL TWAIED, ZOXIREBE, AT AT e FIZEKESNTZT v Fo&EE R TAL
TW5, BIEEED MOA ZRTH N BT U ANRRORY | EEITHEICbEDO—FE L 723
ZEWTED,

Gaylor & (2004 %) 1%, J ARE MR ZFFET D L D ITEKEF SN ME FEZHW T, 7> B

BT DHRNLT AT & REERMMBREE O E-SOSBRZ AT L, B2 5T — X OffIR &R
L7, fRMTOES, DARAERICET HIERENRT — 2N A+ Thololod, MIEEEED T — ¥
AR LTz, 10 0TI, SPEEE ORISR 2 BEE2 63 2 &SN, KARICBIT
LRERBIEFEEORKRETHY . ZHIZXVIREEZ AT 2EHEICB W T T FR O hE
MR E BT Wiz T2 b0 THD (Lutz, 1998 ), (KHAETIL, Wiki+ 2 DNA 8
GBI DN K> THBIE SN AR H D720, HOLRBIENH 212 0b b
T T HIIBEEEA =X LE K LTS,

FIVAT AT e RIZIEKESNTZT v MMZBW T, p53 5 FOELIICRTTF S - ik 11-V
? cDNA B8l D GC HHxH T I D SRR BN JFRVE SR LR A 1L FlD 5 5 5 TR
DB (Recio B, 1992 ), Z OFEFRIL, BNRABRICBIT DRV LAT LT E RICLDFHRS
Ni-@naEttEfaz ~ T b o L BREN5, L, HELZEBICBIT D8 EDERER DT
X, ZNOPEEOYMEREICHFEL TWeZ BT U AThH, ZNHIMEFEWEIC L - THE#E
FHEINTZZ L E2RTHO TR, BEHENRERERFMELZ R T AT 203, 2 b oz
SREEFT, LW EIC L > THER SN u~TF o X o7 B OMREERNZEIC L B AE T
TAREE L H D, T D OB ST ZERE BN DR A B D & OB CA Uz I3 HER o
WA R, INDDERERIT RN ERTHDL ZEIIHLNTHDLN, IXTRHRLXA T
@@%ﬂﬁéTébifi&w®f AEREZRTE RN E L EEHALNTHD, ZNHD
GERIB R DIEENL, BBEEED AN =X EABRPEREN TRV EZRLTWER, LT LEX
FioaboTheun,

Fo. BEFRBEORFRNLZE(ILLEERNTEEINTND, ZORER, RLVLAT LT E R~
O BEIE, BAEH, WA P, DNA SRR EEE, DABLGT. TR F—v 225
OOEEEICE G T 2 BB T ORI LU L E bbb 2 &R ST (Hester ©,2003 47)
INHDOEAMHENVLET VT B RIZEDOREREDTHDL, HDELWVIIRBAEICENTED X
DI EFN Z RT2 LTV D D)L, BlRE R TIZ BT 72 > TRy,
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TNENT VT ER

TNENLTIVTE Rif, &SIV AT VT B RIZHT in vitro & O in vivo TOBEIGEIEIZET 5
RENRHEVIThbNA TR, ZLZ LT IVT B RiZ, in vitro 70BR Tl ?ﬁﬂoTﬁ%ﬁ%%%
2R L, in vivo iR O KER4 TIZIEEN 20, Felr. Z/VZ LT IVT v ROBEGEEICET S
VB o —MR SN (Zeiger H. 2005 4F),

TNHENLT AT E RIZHETIX DNA BERZFHLEL, VLR T ESCKIGE TIEITWA 2R
@%ﬁbtoTE%Dmx%&GDQ DPX, ASUIErIIE MR CRO bR, T v b
%Uf%%ﬁﬂ@“? RO BRI T2, LB 2 O T e R B R OV Y (R A5 He (SCE) #BR

Pﬁﬂoéaﬁ®@wﬁWWA%h BE VY TN AKX —R (SHE) Midicik T o
&wTwTEFiWW%ﬁ%%%L@#otO

HARNTIEH,. 7 v MR~ T 2RO RPENE 5%, 7 V207 07 b RIXEVERNMIEIZ S D DNA
BREFE LT, JAVHALT AT E LT v MFETIEDNA#EEEZE LT, 7 v MER DNA
- I B a2 A Uk otz, 7y BEO~ U 2OE I Z AV 7- Yk Ba il
WhEETH T, ZAZALT AT E RiX, ~ 7 ZAOFBEMIIC IMECEMEBIE M 22 %%ﬁ%m
%L&%oto:@ibr\7»&»7»?&Pmﬁﬁ%ﬁ%ﬁﬁéﬁ%ﬁﬁkb\?—&N—

IRV LT AT B RIFEEE TIXRWA, BB T 2 BIEFEEORENTHEINS, L
7eido 7T, BinwE MxnkwAT/v—ft ROEERFEN AL MOA THD LTI, RETALEZ LT
NT B RDIRERELRODNONERAT OILERDH D,

H. ReEME 7, 7 —FXrvv 7

RIVAT VT ER

RIVLT VT E RERWERADNAET oA DI E AL, MlaEEOREIE S L CoRsH
FOtR° DPX 72 EOH Y RARA » MIET T —2BRONTWD, 2O, FRHE & fE
DR R A ERELET 2 2 L IIEHIBR23 5 5, M2 T DPX & 28R BFHR & O EE2BIRIC
B9 2 1E M O DPX IS ZERE R O N D MERICET 2B MO L EN D, — T, EEDORAEIC
WBEZRGRINE B DA RRITIE E O R ARG L TV DN EIRET DHERH D,

FVLT AT E RIE<EE MIRIZE T 5 hprt BIR 722K R AT MLVOMFRIZE YD | 2258
ED 50%ITRKETHY, 50%IL A: T EEXSTORERERIZLLZHDTHD Z LR LMNIT
72572 (Crosby &, 1988 4F ; Liber &, 1989 %), R/L AT VT b RFFEMR I LR B AIZIB N T,
RIVAT VT b REBREE A L D—é L TREBRD bz Z & C, pb3 BIR 1 THI%
ENDLREHERNEROMWE ZHATE 00 LRy, UL, BRLTHAHEESIZE LT
EFERH D, b b ROMHILEMAEE T hprt 57D AT THY . RV LAT AT b REHME
LB ATIEIPS3 D G: CTHDHZ ENHLMNTHR > TS (Recio, 1997 /), in vitro TiX
BRIVLT VT E RIZK o TIDE D RIEERERPFEIND N, DX A T DZRIBRITA N L
TITE RORBPAMEOIRATIZIRWATEEMED B 5,
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TNHIVT VT ER

TNVENT T e RIZBERRIET VX LRI TH D700, FLVLATATE RED LB LM
MR FEMEAS TR, R i BB Tl KSR A AR & b L2356, BTV Z AT
AT E RIFARLVAT VT E RO 10~20FOFMENHH Z ENEFESIL TS (St Clair 5, 1990
), JAZLTITE RO 13 EBRARE (NTP, 1993 4) OFEH LAV LT AT b RO
DO NikBE (Heck . 1990 4= ; Monticello 5., 1990 4= ; Monticello 5., 1991 4F) & Okfgix, =
DR TH T IVEZLT LT RIZAALLTALTE REDK 20 (FOFMERHHZ L 2R LTV,
it e OMEESE I #@D%wﬁf®7»&w7w?thﬁiﬁé MaEMEx. ZAraT
T b RERA LSS RICTWE ZATRAT 720, EICHEE 2T DRIV A
TWTEk%%ALt mkHLTi&wo% DEWREFEORITH DL BIX, Z V2T
AT R RE, BHETHOARNLVAT VT B RERBROEELZ T T L PRINL 2D, BHIEEH
AT DEVITFFICEEN D LILRYY,

|. HEEZID MOA DFEfH

RIVALT VT ER

HERTET UV AOBE LY BALT T & RERMESVEEEORGE MOA (—& L T, key
events X TCIZHT 5 HERSEKRO—E, 7— &~~X@$%%Mﬁéﬁk%Aﬁ@k\ AR
OMDOFEELTEHT- LT D, BENEGHEIZBIT 2RV AT VT B ROHEESND MOA 3%
SOERT—HLE—EHLTNWDHTH, 2O MOA IXEEMEREWEEZLND,

TIWVEILVT VT ER
AR EEE, HEAHESH A OY DPX JERLD key events (in vitro) X, Z VX LT T R~DIX 5
THEIEEINTWD, LonL, ZUWZATATE RIZT v b~ U A TIERIERNESZ R4 S w7
Wy LS T, HEEESNTWAERLLAT LT E RO MOA ZHEFEFT 2720101, ZDOFEEH
HTDVENDH D, ZOFFEOHBITFESIN TRV, (L EHRT 52 LIXETH D,
TNVENVT AT ROZHOOT VT e RERERIT, MERENTES 7O S 5725 ]k ZHET
LBEERRTTHDL, ZNHOED I, EFICEGET X 7 ETHY . 2 b OARE I
BZ O GMBIREEDOZE L LV MBI SRR D, ZOTNVF AT IT e ROES & Ak S
ﬁé%ﬁ#\TwATwrt%iD%m PEREBAMNEE (B A LB BMER) MoER - EEANC
BB THDH, DO LT f%%’y?»vtF@#%_mw%ﬁkoﬁ#ofwéoit\
%wA7th%®7w7t%E% ISRl E A o & 23, Mo IcB 55 # Lo
B, BEBEOME L 720 5 2 0{bFROENEEI bOD, ZDOFENEHMRFTHZ LN T
%éb%bh&w —FH. INOOT VT e BB LIS T 256 (FVE AT ILTE RBRZ
DESNIIET D E NS BT U RAFXFEEN RSO TIER\W), F/VAT VT E RS DNA LA
TER L7RBICTAFIMMEENT-X 7 LAF ROBENEZ 2Dk L, ZAZ LT LT e RO
AlE, W, HAVIIRATRELS LARWY, 2D X912, BBRAMEICBITAHRLLT LT E RO
W%%ﬁ%%ﬁéhfméﬁ@&@#\%h&%LhﬂéﬂzﬁﬁI&@ﬁmﬂﬂbaf\f»
ZNATNT e RIEKEICHTHRIGOENEZFHIAT L2 LN TE D,
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2. EBREMWILERE DD key evants DIRAE) ., B HYEMNZE-SUT, MOA DERED
BEME L A BRANCHER T2 L3 TE D0

A. BIVLTILTER
72myn@TwA7w7tb I~6 B BE LT BT LICEBNT, FAAVAT LT E R
I SR, RHREEO R K 18 15 2~ TR DA £ > TH 0 | 6 HEDIX &
%%ﬁi wmﬁﬁwtoﬁﬁ%m&ﬁ S IR O BN T S Tl b ISFRPHIC R S, T
ROETIER/NRTH - 7228, EBIRTIRALV LT AT B RIELS BIZHT DGO BT o A 338
D ORI ST, REDOFEE R OHIIEE O T — X IZHESNW T, 72mg/m’® ODFETORNL LT IV
T b FOBMELKOESMEEEBIIHT 2EZMET v NIV T A5V LolnEmneEZx bz
(Monticello &, 1989 4F), 7 1 7 /L@ EFAIRIZIS 1T 2 BUGD 2\ 2 & &, PRI N T (&
DUNE, FEBRALOWEIZEBNT) FRRIERZL I IMET AT CH 5, BlIRENRADITE A
EOFEFRIETIX, SITIHAE LT NER & B APEIC A U7 i 2 XA L Ty, %@t@\J
%W’%&?é# ZxHST 2 Y 27 83X, BIERAD Y A7 I3AR S SIS
MR S AW RTREE DN B D,

k=11

2 DA TIE, AVLT AT E RIEKELETENAL L OB#EBFHEI N TS, &bA
N BT AL, SEEDATHEIN TS, L@ 25 & LicikRBEO 28—k
Zﬂ?;m (Hauptmann &, 2004 %) TiX, SMHENAIC LD EEROEMNBPBEINTEY . KK

ﬁak@&i<ﬁa_wai<%ﬁmﬁﬁ%ﬁbfwé FEARBAIE RS A x5 & LTz
*.Hij(@:lj‘““ MFFZECIE, RIHBES ANZ K A EHE OBMMN T E o THE SN TV D
mw%%\wwﬁﬂoTwAYwTE%%%mitiﬁﬁbfwé¢¥®ﬁ@%%ﬁ%&Lt
U— 7 OWFFETIL, SMHEAD A DIEFIFOEIN A BIE2 S 117z (Hansen & Olsen, 1995 4F), fhd
aR— MIFZETIE, PRID b RIFHEED A DEFEIT D 2o lc L STV D  (Walrath &
mem\wwﬁ;@%m%\mm&amwmmg 2004 42) , SRNATEDS AN BET 5 7 RO JEHR]
RTPRAFZED 5 B, SHETIIHAL LT AT e RIESEIZE D U A7 BINNRD Sl

WL ODDIEFIRRIFZE TIL, RV LT AT B RO #& & RISIER A & OBEPHRE S
TV, RBFOT =V TlE, K EITERIIESEI NI EDBRWELIZBIT DN A
DY A7 MDA S, BFEIL < BOBIEICK U 1X< EHERISHEZ =323~ 7z (Luce
5. 2002 ), o> 1 1D ERxEIFSE (Olsen & Asnaes, 1986 4) & 54 Z4/F5¢ (Hansen & Olsen,
1995 4F) Tik, BISEIEN A, BHIREEERADY 27 OBNBARENTZ, L Lans, T8
FE xR L Uiz 3 0Kk b A e am— MIETIE, BlISENS A OHINITERD itz

(Coggon &, 2003 4 ; Hauptmann ., 2004 4f ; Pinkerton &, 2004 4F),

ZO—HDOTET AT HICHTZ 0 . EEES AR JARC) 1L, AALAT LT E R
N N TCTRIFENAZGI SR T EN) +REFHNTET U ANHDN, RILVLAT LT B R
bt CRIBENAZFGISE T LWV IEFZNTET  RATR STV D,
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F72, AR E RNV LT AT e ROREIZSTEEOMICKREBEENH L LWV oo ET A
IE7ev, LAERR-SIT 72 (Cogliano 5., 2005),

RNVAT AT E RIZIIKESNTZE FOROMABIZIIT S DPX 2OV TR L TV 2w 30iE
RN, RV AT VT B RIIEL 8 SN2 8E OFRM U o/ ERICE T 5 DPX OFHM CTlik, 2Kr
REL FE L OREMEN R &7z (Shaham 5., 2003 4F) , BE— DPX RBRTlE. 14 DIFBEDEIR
@%Wf@<3%ﬂﬁﬁwm,fwA7w7thi< 2D 7T =) — 3K L~UL CEE 0.5 mg/m’,

#iPH 0.05~0.8 mg/m®) KL OVE L UL (CFH) 2.7 mg/m?, #iPH 0.86~6.7 mg/m?) ToH -7z, FHEELD
imﬁmmﬁ%%ﬁfﬁﬁméﬂokoz@ﬁ THW ST B 53 BIEE O R & OV FFBLME I
SERINH D L9 THD (Heck & Casanova, 2004 ),

WL ODPDORFFETIX, FALT VT b RICIRZEIT < 8 SN2 57@83 O Sl b RN Ok 2
LERELTCVDER, #EREIEHELTHY. WL ODPDIFETIIAR ~DLIZIS BN H - 727-
b, EE R O AEPEREFHN E O = 2 O0NIARMEIH CTH 5 (Berke, 1987 4F ; Edling & .
1988 4 ; Holmstrom &, 1989 4F ; Boysen &, 1990 4F ; Ballarin &, 1992 ),

EWERTHEEOKEE 7 V7 7 > A%, BAVLT AT E RO 030 mgm® TOEL BRICED LTz
(Andersen & Molhave, 1983 4F),

HRIVAT T e RIZET2EE B FD key events D— &2 F£ 3 ICF & DT,

# 3. RIVAT LT RORHERS |

key events BT ST BT E MBS E T X
il in vivo TRt (EHRHIAD) 24 MEH D
A s g in vivo TR (EERYHEA) FZEMEHY (T AT H DA, It
XL BIZE - TERKE SN TN D)

BinHE DPX  (in vivo FEMHE) DPX GEERRUMIIE, U o/ Ek7e &)
JEIRNIE T invitro TIEFGIE, invivo TIEFA B (205

VYA
S e Bt (FEICRTIMI S ) BtE (SMAEH)

? (&l

1 G e

EHI

B. ZVAALTITER

TNVENT AT E RADIXFEE E NOBAMIZET 2EFRIMRIRIZE A LR, TAEZLT
VT e RELE] %béﬁiﬁ@%1%%@%A%E%@%M1%@6n@ﬁoko7»5»7»
T RO TUEL BT L OFHHRIE 20.6 4, (X< BEHIRNIL 3~T £ ThHHo72, =4
U 7T &M, kw@@&»&»?»TEF%ﬁiom~Mmmn@ G T o7z
(NICNAS. 1994 %), ZNAHF LT IVT b ROBIER 22O\, ERIRER, RERE KOk
EfEFI PO A L N—2 R R e LIZFETIE, T X TOMERBAY 27 OEINERL TV D,
LPLZDZN—T1IHEN LT AT e RIZHIEL STV (Walrath & Fraumeni, 1983 4+, &
MR RV AT VT RICET a2 U —2 329 v 7 1984 4F ; Stroup H. 1986
F)
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b hOSHRRICB T A 7V Z AT T e RIEL § & DPX AL, AR EETE KOG B 5iE 2 F e L
O EC AR

TNVENT VT RICBET 288 L b hD keyevents D—EEFK 412 L iz,

F4 TNVEALTIVTE RORGERSIFR

key events BWIZiIT ST BT X E MBS TET X
Ff [k 4B Y
AR A in vivo TR S 0
R E DPX (in vitro) A<EH
ZRINIE B in vitro TR N
S PRI etk (LI hb T BT RN R
720N)

3. EREIFMMELIEDORI OB EIIER N FHNERONT OO ERZRIZESH
T. MOA Db~ DEFE M2 S BEIZHERR T AN TE B>

A. FIVATILVTER

HeE XD MOA ICBT 2EBREM L v FEOMOEEMNAZRIT, EIERICBIT 2RV LT
LT RORERGIZOIIERICH D, MREFEEEZFIEEZTOIEIARLVLT LT E REOLDOT
HY . ZOMREHWTITRV, MASNEAREO RV LT VT e Rid, 5L 04T D450 Hia
B, HRCHRL AT LT b RIHKFEEBEIC L > CTEHICRE SNEBREIC 2 D, 2 ORI
HHRETE A = X BTINZ T, MR BRSNS, TO FO LR E TASKLZN DIRET H, L)
T, FEAFHRRIC B W CHIBRTEME RN AT 2 OIS+ R ERER LV AT VT B RO 4T 5
T=OITIX, IO ORERIEE RIRT 2 2 ENMETH Y, HEEREDOR VLT LT B K&
REEAMICEE S RERDH D, HONCTHEEREN AL b - )2 E S

v ORIV T VT b REEEEEN AT L2 & CTH¥4AT 5 (Casanova & Heck, 1987 %),

MELERRIZEBIT DALV LT LT b REREREOE RN AZ BT I, B5EE2E
BT ENEETHL, MASNEFRLLT LT FiE, AEES T L OEWESHED T2
PN BEh 3 5 _EAGE OREIRIC 47</i%2b RHZHIIN =D (Heck B, 1983 4 ; Swenberg 5)\
1983 /), SOAERHEME, K, kY —2 (BETITAREE) ORI OBEMERBIGR, FEIZL -
TL#E®E’TTWA7wftB®%W#t BDINERTET D, SR TH DT > TIX
WaE EWIPUTEICaENTE Z 5, ﬁ%m CEREHIINAEMRTH Y . W & PRE TR RS
& STl Z D ATREMEN E VLAY, RE ERE X THEEZ 2 AMEEMED ®H 5 (Monticello 5, 1991
),
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ZOGERIE, Lo ERIENO X0 @A E TR A Z . BRI O EEE K& O DPX K
DEEINHZLICLs TSN TS

E MBI DHRVAT LT ROBWERNPALY A7 2 THIT D70 SN 2 BEO s n
— UHEEE T LTI, HEFHMEICH T 2 AN BRI TS (Conolly B, 2004 1) ZDET /L
IZiX, 7w M b FOIEFRE MR, MAE ORI &K OVROE DR HHEBICKIT 5 ) A7 0dh
LRI 57 —Z bEAIATE N TV D

~ U RIKEIX LS BT K MFNGERE & —FREOW S AR TI/®LIENTE LD, v U
21T v IV BRLLT LT ROWEND L, ZORE, B bk OMREE & Mo
ALRPMET T2 (Chang H. 1981 4, 1983 1F), T4 H DRFEIL, ¥~ 7 AD &R CHEEHAEN RN
LT 5 DITHEL O S LILZRWY,

@ E b b EORICIE, KEDHETHOBEVIC LD EEMEVNEH L LB s, HE
END MOAMNE FTIHEALRNWI & Z2RT X9 RIBRAZENTIRNE ) TH D,

B. ZAELVT AT ER

ERECBIT DI NEZ LT AT e ROBEEL, RLLAT LT E FIZHEXRTHEV LT
R, WMARBRITFEM SN THRWE D TH D, L, #iRNES (F v b 10 K, 9%
1&%0%@)&%&&5(?y%4wqmﬁﬁ U 20~100 KFH]) OMGTRL 82T D
B ZAUITNEALT VT e R3Z X7 BICHA L, R oPRERBEWZD B2 b,
RAIIFTES N TR, BELLLITAZALT LT RORBIL., T/LT b RUKERSEIC
D% T D NIRRT~ OHIEE LA D LHEE S TWD, B L > THEASNIZ IV H
ML, 2= A A A (CoA) &L TZH UL CoA AT D, LT, Z /L% UL CoA
TE Ralrtr—BIcLo T/ ¥ a=)L CoA IZEL X i, HKMNIZT T — F &2 LT W1tk
RIS D (Beauchamp 5, 1992 4F ; NTP, 1993 4F ; NICNAS, 1994 4E ; Ballantyne, 1995
) .

TNENLT T E RiX, FIZT 2 EMOZEBHE LT U RTEEREBIIETH, ZTDK
S FE T pH I F LT Y (pH>9 THRUSIEHEEDEEN) | Schiff HidE A Bk 35, S BT
B e L OEMERRISERDB GO, BEIED A T = X LT ELEERITITREA ST
1,\%;1/\0

TIVENLT AT E RE DNA & OMHAIERICOWTIZIEE A CIERNR VN, ZTAZ LT LT
t R23 DNA & RUGT 5 DIE 60°CLL EDGAEDHTH D Z ENHE SN TEHY (Hopwood, 1975
), EENEE T CIIRS LN L2 RBT 57 —2 555 (Sewell H, 1984 4 ; Douglas &
Rogers, 1998 4 ; Vock B, 1999 %),
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4. fEREME. fRAT R QYRS ORCk

A. VAT VT ER

Frioery 7o AR EEME &ML, W< D20 8REIC BT A IEEFH R ISR L TIRBETWD
MOA IZ & 5 TD key events ThH 5, 7 v MIBIFTHHNLLT VT v RifFMEEPEEE O MOA %
X T — XIS BT D, MladEE, DPX Rk, S b RCHin o B, R ERAE
AL RIETT v FOFRTHBEINTEY . AR TIHFHREORERISEBRE TH Y | HEHE
BOIRER L L TND,

TET VADOEAMHHTESNT, B8 MOA 1340 7:< &b EMEMIZIZE MIBEEL WD
BEMEDRS @, VAT LT B RAEKICIE BE NV LTk, EXGE EREN ORI & O DPX
TERROBEMABEEN TS, F-, FILLTATE RAOMEIT BB OB N RN o H5E
I, B NREX EEMEZBE LT v NREZ MR~ 7 A REBE LT LR THE
BINTWD, FIZAVLAT AT E FITEKEI N FOEOWREFRIREIZET 250 70 0n
TET VA, EEMIZELE L T EREWO EKGEDOHE L —H L TWD, 612, WD
DOFEFERFIETIZ, AV LT AT e RIES B BEERADO Y A7 BINBRRE S LT D,

L7=MR->T, MOA Tt MIBIEL TS EEX DI, & FO U RATFO =Dz, B RlpE
JEIECC DMOEL T L DT — 2 ZIEHTRETHD, ZOTB®AIIX, AVLATALTER
MIERIE CHEEFNICIERE 238 T2 2 L2 RRT 57 — 4 2BE T2 enGEnd, £-,
TERIEDEWIC LV HEE S 1D MOA [ZOWTIIFEM O SN IZ BN R ZR N H D00 Liv7auy,

B. ZAZALTNATER

TIEIVT VT & ROEFFRIEIEF ICR O TR Y, SIEEEE & OBEME IR ST,
HYFERTIE, 7 M~ T ROWARBRIZEBWNT, ZAZ AT VT e RidMiaErE, s,
DPX FEAZBIEE T ZLARINTVDLN, BPEERGIINIER I ERNI ERRINTND,
TNENLT VT ROFBFRLLT AT RED B OCEMENTRV &V D FIIE, I A
DEFEWVOPAIZIZ B2, ZAZ LT IT e RIZALVAT AT e RED HIRHE TO/MEIED
LN, BBNAMERHDH LTI, AALLATATE RED BEWHETEDZ ERGHFH SN
TR B,

TRIVAT VT B RTHEE XD MOA, 372 bR 20 iia stk & s, 7 v 27 v
TERCEHELTWD X5 ICBbLa A, EEEKTIEEIEENTW Y, 2607 VT e R
kT DIRELIROGSDEWNT, RILLAT LT E RBNE ) TATE RTHHDIIR L, ZLZ L
TILTE RIZVTATE RTHEEZDTHDLZ ENEEMITRBESNTND, ZOENRS, Zb
HZNT VT & RORRKEA R D AW FHIBERE 2 R FF 3 2 FIREME B T 2 FIRetE b 22 K 9 1T,
ZKGOREMN B/ D LW I FERICR > TV D 00E LRV, ZOREGINFZRIL, S oiEET —
AR5 A CHRF 2425 2 L 0L S 2BV IC LTV D,
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FOREWORD

Harmonization Project Documents are a family of publications by the World Health
Organization (WHO) under the umbrella of the International Programme on Chemical Safety
(IPCS) (WHO/ILO/UNEP). Harmonization Project Documents complement the Environmen-
tal Health Criteria (EHC) methodology (yellow cover) series of documents as authoritative
documents on methods for the risk assessment of chemicals.

The main impetus for the current coordinated international, regional, and national efforts on
the assessment and management of hazardous chemicals arose from the 1992 United Nations
Conference on Environment and Development (UNCED). UNCED Agenda 21, Chapter 19,
provides the “blueprint” for the environmentally sound management of toxic chemicals. This
commitment by governments was reconfirmed at the 2002 World Summit on Sustainable
Development and in 2006 in the Strategic Approach to International Chemicals Management
(SAICM). The IPCS project on the Harmonization of Approaches to the Assessment of Risk
from Exposure to Chemicals (Harmonization Project) is conducted under Agenda 21, Chapter
19, and contributes to the implementation of SAICM. In particular, the project addresses the
SAICM objective on Risk Reduction and the SAICM Global Plan of Action activity to
“Develop and use new and harmonized methods for risk assessment”.

The IPCS Harmonization Project goal is fo improve chemical risk assessment globally,
through the pursuit of common principles and approaches, and, hence, strengthen national
and international management practices that deliver better protection of human health and
the environment within the framework of sustainability. The Harmonization Project aims to
harmonize global approaches to chemical risk assessment, including by developing
international guidance documents on specific issues. The guidance is intended for adoption
and use in countries and by international bodies in the performance of chemical risk
assessments. The guidance is developed by engaging experts worldwide. The project has
been implemented using a stepwise approach, first sharing information and increasing
understanding of methods and practices used by various countries, identifying areas where
convergence of different approaches would be beneficial, and then developing guidance that
enables implementation of harmonized approaches. The project uses a building block
approach, focusing at any one time on the aspects of risk assessment that are particularly
important for harmonization.

The project enables risk assessments (or components thereof) to be performed using inter-
nationally accepted methods, and these assessments can then be shared to avoid duplication
and optimize use of valuable resources for risk management. It also promotes sound science
as a basis for risk management decisions, promotes transparency in risk assessment, and
reduces unnecessary testing of chemicals. Advances in scientific knowledge can be translated
into new harmonized methods.

This ongoing project is overseen by a geographically representative Harmonization Project
Steering Committee and a number of ad hoc Working Groups that manage the detailed work.
Finalization of documents includes a rigorous process of international peer review and public
comment.
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PREFACE

Following publication of the International Programme on Chemical Safety (IPCS)
Conceptual Framework for Evaluating a Mode of Action for Chemical Carcinogenesis (in
animals),' an IPCS Cancer Working Group convened on 3-5 March 2004 in Arlington,
Virginia, USA. The working group agreed that the issue of human relevance of animal
tumours should be further explored with the goal of developing a unified IPCS Human
Relevance Framework for use of mode of action information in risk assessment for regulatory
and other purposes, and it provided initial guidance for this task. The members of this
working group, including secretariat support and a representative of the Organisation for
Economic Co-operation and Development, were as follows:

Professor Hermann Bolt, Institut fiir Arbeitsphysiologie, Germany

Professor Alan R. Boobis, Department of Health Toxicology Unit, Imperial College
London, United Kingdom

Dr John Bucher, National Institute of Environmental Health Sciences, USA

Dr Vincent Cogliano, Unit of Carcinogen Identification and Evaluation, International
Agency for Research on Cancer, France

Dr Samuel M. Cohen, Pathology and Microbiology, Havlik-Wall Professor of Oncology,
University of Nebraska Medical Center, USA

Dr William Farland, Office of Research and Development, Environmental Protection
Agency, USA

Dr Jun Kanno, Division of Cellular & Molecular Toxicology, National Institute of
Health Sciences, Japan

Dr Lois D. Lehman-McKeeman, Bristol-Myers Squibb, USA

Ms Bette Meek, Environmental Health Centre, Health Canada, Canada

Ms Laurence Musset, Environment, Health and Safety Division, Organisation for
Economic Co-operation and Development, France

Dr Jerry Rice, Consultant, USA

Ms Cindy Sonich-Mullin, International Programme on Chemical Safety, World Health
Organization, USA

Ms Carolyn Vickers, International Programme on Chemical Safety, World Health
Organization, Switzerland

Ms Deborah Willcocks, Existing Chemicals, National Industrial Chemicals Notification
and Assessment Scheme (NICNAS), Australia

Extending the Mode of Action Framework to include consideration of human relevance,
taking into account guidance from the Arlington meeting, was the subject of an IPCS
international workshop convened in Bradford, United Kingdom, from 21 to 23 April 2005.
This workshop prepared draft text for an IPCS Human Relevance Framework, including
updating the 2001 Mode of Action Framework. The workshop participants, including

! Sonich-Mullin C, Fielder R, Wiltse J, Baetcke K, Dempsey J, Fenner-Crisp P, Grant D, Hartley M, Knaap A,
Kroese D, Mangelsdorf I, Meek E, Rice J, Younes M (2001) IPCS conceptual framework for evaluating a mode
of action for chemical carcinogenesis. Regulatory Toxicology and Pharmacology, 34:146-152.
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Meek E, Rice J, Younes M (2001) IPCS I framework for evaluating a mode of action for chemical carcinogenesis. Regulatory
Toxicology and Pharmacology, 34:146-152.
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secretariat support and representatives of the European Food Safety Authority and European Ty sa y FOBMEE. FERY R b MR A L RSB O R A
Chemicals Bureau, were as follows: LIFOEY T2,

Dr Peter Abbott, Scientific Risk Assessment and Evaluation Branch, Food Standards
Australia New Zealand, Australia

Dr Antero Aitio, International Programme on Chemical Safety, World Health
Organization, Switzerland

Dr Diana Anderson, Department of Biomedical Sciences, University of Bradford, United
Kingdom

Professor Sir Colin Berry, United Kingdom

Professor Hermann Bolt, Institut fiir Arbeitsphysiologie, Germany

Professor Alan R. Boobis, Department of Health Toxicology Unit, Imperial College
London, United Kingdom

Dr Susy Brescia, Health and Safety Executive, United Kingdom

Dr John Bucher, National Institute of Environmental Health Sciences, USA

Dr Vincent Cogliano, Unit of Carcinogen Identification and Evaluation, International
Agency for Research on Cancer, France

Dr Samuel M. Cohen, Pathology and Microbiology, Havlik-Wall Professor of Oncology,
University of Nebraska Medical Center, USA

Dr Vicki Dellarco, Office of Pesticide Programs, Environmental Protection Agency,
USA

Ms Christine Dove, School of Life Sciences, University of Bradford, United Kingdom

Dr Jun Kanno, Division of Cellular and Molecular Toxicology, National Institute of
Health Sciences, Japan

Dr Janet Kielhorn, Department of Chemical Risk Assessment, Fraunhofer Institute for
Toxicology and Experimental Medicine, Germany

Mrs Sandra Kunz, International Programme on Chemical Safety, World Health
Organization, Switzerland

Dr Christian Laurent, Scientific Expert Services, European Food Safety Authority, Italy

Dr Douglas McGregor, Toxicity Evaluation Consultants, United Kingdom

Ms Bette Meek, Environmental Health Centre, Health Canada, Canada

Ms Sharon Munn, Toxicology and Chemical Substances, European Chemicals Bureau,
Italy

Dr R. Julian Preston, National Health and Environmental Effects Research Laboratory,
Environmental Carcinogenesis Division, Environmental Protection Agency, USA

Dr Jerry Rice, Consultant, USA

Dr Hans-Bernhard Richter-Reichhelm, Federal Institute for Risk Assessment (BfR),
Germany

Ms Carolyn Vickers, International Programme on Chemical Safety, World Health
Organization, Switzerland

Ms Deborah Willcocks, Existing Chemicals, National Industrial Chemicals Notification
and Assessment Scheme (NICNAS), Australia

Dr William P. Wood, Risk Assessment Forum, Environmental Protection Agency, USA

Dr Zheng Yuxin, Institute for Occupational Health and Poison Control, Chinese Center
for Disease Control and Prevention, and WHO Collaborating Centre of Occupational
Health, People’s Republic of China
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The draft was published on the Internet for public comment and sent to a number of WHO
Collaborating Centres and IPCS Participating Institutions for peer review. An expert meeting
that convened in London in December 2005 considered the comments received and finalized
the framework. The expert meeting participants were as follows:

Professor Alan R. Boobis, Department of Health Toxicology Unit, Imperial College
London, United Kingdom (Rapporteur)

Dr Samuel M. Cohen, Pathology and Microbiology, Havlik-Wall Professor of Oncology,
University of Nebraska Medical Center, USA

Dr Vicki Dellarco, Office of Pesticide Programs, Environmental Protection Agency,
USA

Dr William Farland, Office of Research and Development, Environmental Protection
Agency, USA (Chair)

Dr Douglas McGregor, Toxicity Evaluation Consultants, United Kingdom

Ms Carolyn Vickers, International Programme on Chemical Safety, World Health
Organization, Switzerland

Ms Deborah Willcocks, Existing Chemicals, National Industrial Chemicals Notification
and Assessment Scheme (NICNAS), Australia
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LIST OF ACRONYMS AND ABBREVIATIONS

alcohol dehydrogenase

analysis of variance

body weight

constitutively active receptor

complementary deoxyribonucleic acid
coenzyme A

cytosine and guanine separated by a phosphate
cytochrome P-450

deoxyadenosine

deoxyguanosine

dimethyl sulfoxide

deoxyribonucleic acid

DNA-protein cross-links

Food and Agriculture Organization of the United Nations
Human Relevance Framework

International Agency for Research on Cancer
International Labour Organization
International Life Sciences Institute
International Programme on Chemical Safety
International Units

Joint FAO/WHO Meeting on Pesticide Residues
Michaelis-Menten constant
lowest-observed-adverse-effect level

mode of action

N-acetyltransferase
no-observed-adverse-effect level

National Toxicology Program (USA)
O-acetyltransferase

proliferating cell nuclear antigen
protein—protein cross-linkage

ribonucleic acid

Risk Science Institute (ILSI)

reverse trilodothyronine

9000 X g supernatant from rat liver

sister chromatid exchange

Syrian hamster embryo

triiodothyronine

thyroxine
2,3,7,8-tetrachlorodibenzo-p-dioxin

tumour growth factor

thyroid stimulating hormone

uridine diphosphate

unscheduled DNA synthesis

uridine diphosphate glucuronosyltransferase
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