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7th Amendment of the
EU Cosmetics Directive 76/768/EEC 2003

Ban of testing in animals

immediately ® since 2003
Testing of - finished products

Testing for - phototoxic potential
- skin penetration
- skin corrosion

Intensive research will be required to reach validation and regulatory
acceptance of in vitro test for the following endpoints

31. Dec. 2009 - eye irritation
- skin irritation
31. Dec. 2013 - skin sensitization ?

- embryotoxicity ?

- repeat dose assay?



Towards replacement of repeated dose toxicity

testing in human safety assessment
EU & COLIPA funding for 6 years 50 Mio €

EU-Legislation, regulations and directives require urgently a
phasing out of animal tests thus placing high pressure on research,
validation and regulatory acceptance of non-animal alternatives.

The present call reflects the research strategy for the next decade
aimed at the development of "human safety assessment strategies".
Emphasis will be put on the exposure route most relevant for repeated
dose toxicity testing (oral exposure).

The research plan for the first phase includes specific building blocks:

1. Development and use of functional human-based target cells.

2. Construction of advanced organ-simulating devices.

3. Predictive endpoints and intermediate markers.

4. The development of biological models with emphasis on systems biology.
5. Computational modelling and estimation techniques.

6. Integrated data analysis and servicing.



*  Arch Toxicol. 2011 May;85(5):367-485. doi: 10.1007/s00204-011-0693-22011 May 1.

Alternative (non-animal) methods for cosmetics testing:

current status and future prospects-2010.

Adler S, et al.,
Abstract

The European Commission invited stakeholder bodies (industry, non-governmental
organisations, EU Member States, and the Commission's Scientific Committee on Consumer
Safety) to identify scientific experts in five toxicological areas, i.e. toxicokinetics, repeated
dose toxicity, carcinogenicity, skin sensitisation, and reproductive toxicity for which the
Directive foresees that the 2013 deadline could be further extended in case alternative and
validated methods would not be available in time. The selected experts were asked to
analyse the status and prospects of alternative methods and to provide a scientifically sound
estimate of the time necessary to achieve full replacement of animal testing. In summary, the
experts confirmed that it will take at least another 7-9 years for the replacement of the
current in vivo animal tests used for the safety assessment of cosmetic ingredients for skin
sensitisation. However, the experts were also of the opinion that alternative methods may be
able to give hazard information, i.e. to differentiate between sensitisers and non-sensitisers,
ahead of 2017. This would, however, not provide the complete picture of what is a safe
exposure because the relative potency of a sensitiser would not be known. For toxicokinetics,
the timeframe was 5-7 years to develop the models still lacking to predict lung absorption
and renal/biliary excretion, and even longer to integrate the methods to fully replace the
animal toxicokinetic models. For the systemic toxicological endpoints of repeated dose
toxicity, carcinogenicity and reproductive toxicity, the time horizon for full replacement could
not be estimated.
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Japanese Center for the Validation of Alternative Methods
Office : New Testing Method Assessment, Division of Pharmacology,
Naticnal Biclogical Safety Research Center (NBSRC),
National Institute of Health Sciences (NIHS)

BXE English GOUSI(’ © www @ jsovam.jp

O YV 9 9 ©

About JaCVAM Update on JaCVAM Academic activities Submission of Alternative International Cooperation
Methods to JaCVAM

Policy and Mission: JaCVAM's policy and mission is to promote the 3Rs in animal experiments for the
evaluation of chemical substance safety in Japan and establish guidelines for new alternative experimental

methods through international collaboration.
the 3Rs in animal experiments—Reduction (of animal use)
Refinement (to lessen pain or distress and to enhance animal well-being)
Replacement (of an animal test with one that uses non-animal systems or phylo-genetically
lower species)
(OECD GD34)

News Contents

& [NEW] news texts dummy texts news texts dummy texts & About JaCVAM
news texts dummy texts{2009.7.16) Message from JaCVAM / Policy and Mission of JaCVAM /
@ news texts dummy texts news texts (2009.7.3) CROSREINON M SCYAM T Glossany |
Proposal for Engagement Rules

B news texts dummy texts news texts dummy texts news

tavte dummar tavie (2000 7 N B JaCVAM Activities 21
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International Cooperation on Alternative Test
I\/Iethods (ICATI\/I)
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m Test Method

1
2
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In vitro skin corrosion testing: Vitrolife-Skin, EpiDerm

The Bovine Corneal Opacity and Permeability (BCOP) Test
Method for Identifying Ocular Corrosives and Severe Irritants

The Isolated Chicken Eye (ICE) for Identifying Ocular
Corrosives and Severe Irritants

Skin sensitization assay, LLNA : DA
Skin sensitization assay, LLNA : BrdU-ELISA
In vitro skin irritation testing: EPISKIN

Utilization of cytotoxicity test for acute oral toxicity tetsting

31
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In vitro skin corrosion testing: Vitrolife-Skin, EpiDerm

The Bovine Corneal Opacity and Permeability (BCOP) Test
Method for Identifying Ocular Corrosives and Severe Irritants

The Isolated Chicken Eye (ICE) for Identifying Ocular
Corrosives and Severe Irritants

In vitro skin irritation testing: EPISKIN

Utilization of cytotoxicity test for acute oral toxicity tetsting
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OECD/OCDE 442A Adopted: 22 July 2010

OECD GUIDELINE FOR THE TESTING OF CHEMICALS
Skin Sensitization: Local Lymph Node Assay: DA

31. The decision process regards a result as positive when SI > 1.8 (10).
However, the strength of the dose-response relationship, the statistical
significance and the consistency of the solvent/vehicle and PC responses
may also be used when determining whether a borderline result (i.e. S/
value between 1.8 and 2.5) is declared positive (2) (3) (37).

32. For a borderline positive response between an Sl of 1.8 and 2.5, users may
want to consider additional information such as dose-response
relationship, evidence of systemic toxicity or excessive irritation, and
where appropriate, statistical significance together with Sl values to
confirm that such results are positives (10). Consideration should also be
given to various properties of the test substance, including whether it has
a structural relationship to known skin sensitizers, whether it causes
excessive skin irritation in the mouse, and the nature of the dose-response
relationship observed. These and other considerations are discussed in

detail elsewhere (4).



Accuracy Analyses for 2009

* Alternate decision criteria used to identify

sensitizers
— Slvalues 21.3, >21.5, >2.0, >2.5, >3.0, 3.5, 24.0, 24.5, or =25.0

— Absorbance values of treated groups statistically different from
control group based on analysis of variance (ANOVA) with a post-
hoc Dunnett’s test, when multiple treatment groups were tested,
or Student’s t-test when only there was only one dosed group

— Mean absorbance values of treated groups = 95% confidence
interval (Cl) of the control group

— Mean absorbance values of treated groups > 2 standard deviations
(SD) or = 3 SD from the control group mean



Performance Characteristics with SI - Most Prevalent Outcome
for Substances with Multiple Tests

Percent
(&,
(=)
[]

- —e— Accuracy
40+ L False +
-o- False -
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m Test Method

1 In vitro skin corrosion testing: Vitrolife-Skin, EpiDerm

2 The Bovine Corneal Opacity and Permeability (BCOP) Test
Method for Identifying Ocular Corrosives and Severe Irritants

The Isolated Chicken Eye (ICE) for Identifying Ocular
Corrosives and Severe Irritants

W

Skin sensitization assay, LLNA : DA
Skin sensitization assay, LLNA : BrdU-ELISA
In vitro skin irritation testing: EPISKIN

~N O O A~

Utilization of cytotoxicity test for acute oral toxicity tetsting

FREHBEDOPICIE, MREABRELNGTL,
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OECD Test guideline (TG) on animal testing 3Rs

accepted since 2001 1/2

Method

International Acceptance

CORROSITEX Skin Corrosivity Test

OECD TG 435 (2006)

EpiSkin Skin Corrosivity Test

OECD TG 431 (2004)

EpiDerm Skin Corrosivity Test

OECD TG 431 (2004)

SkinEthic RHE Skin Corrosivity Test

OECD TG 431 (2004)

EST-1000 Skin Corrosivity Test

OECD TG 431 (2004)

Method

Rat TER Skin Corrosivity Test OECD TG 430 (2004)
[n vitro reconstructed human epidermis test methods OECD TG 439(2010)

EpiDerm, EPISKIN, SkinEthic RHE

3T3 NRU Phototoxicity Test OECD TG 432 (2004)
Bovine Corneal Opacity and Permeability (BCOP) Test OECD TG 437 (2009)

Isolated Chicken Eye (ICE) Test Method

OECD TG 438 (2009)

39
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OECD Test guideline (TG) on animal testing 3Rs

accepted since 2001  2/2

Method

International Acceptance

Updated Murine local lymph node assay (LLNA) for skin | OECD TG 429 (updated)
sensitization (20% reduction)
Reduced LLNA (rLLNA) OECD TG 429 (updated)

Nonradioactive LLNA protocol, LLNA: BrdU-ELISA

OECD TG 442B OECD

Nonradioactive LLNA protocol, LLNA:DA

OECD TG 442A OECD

Up and Down Procedure (UDP)

OECD TG 425 (2001)

In vitro micronucleus test OECD TG 487 (2010)
Fixed Dose Procedure (FDP) OECD TG 420 (2001)
Acute Toxic Class Method (ATC) OECD TG 423 (2001)
Inhalation toxicity - acute toxic class method OECD TG 436 (2009)
Stabley transfected human estrogen receptor-o OECD TG 4 55(2009)

transcriptional activation assay for detection of
estorogenic agonist-activity of chemicals

40
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4391n vitroE ERIE 4 55

4427 ZFERNAENE : BARY V/KEIERER LLNA:DA
4428 REBRMEM : BTV »/\HIEER LLNA:BrdU—ELISA
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473 HABEEEMEEZRAWV 3in vitro R BIAERE
476 WELIBIEEMEZ AWV Sin vitro BT RATEHR
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DNASEH L VMER /B BFIEEMIEZ AW Sin vitroEHA
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