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o OECD TG al

Modular approach®*

B Test definition

SOP
B Predictive capacity -
Relevance
B Applicability domain >
E Transferability >
B Within-laboratory variability - | Reliability
E Between-laboratory variability >

B Performance standard

*: Hartung et al., 2004 ATLA 32, 467-472. 6



o human Cell Line Activation Test (h—C'IiAT)

| o o @ o/
THP-1 1 f f
1x10° cells /mL/well FCR
4 15 4 30
L] /5% CV75
CV/5 1.2 8
B FcR 0.01  Globulins Cohn fraction , , Human(SIGMA)
— CD86 FUN-1(BD PharMingen) =~ CD54  6.5B5 (DAKO)
(%) MFI Isotype control MFI 100
— X
RFI MFI Isotype control MFI
MFI  Geometric Mean Fluorescence Intensity

~ © CD86 ? 150% and/or CD54 ? 200% (3 2 )

*: Ashikaga et al., 2006. TIV, 20, 767-773., Sakaguchi et al., 2006. TIV, 20, 774-784. I
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Short Time Exposure (STE)
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5% 0.05%0

SIRC

5%DMSO

5% Viability
(cutoff value)

3.0x 103cells/well
non irritant > 70 %

96well-plate
) irritant £ 70 %

Takahashi Y. et al., Toxicology in Vitro, 22 (2008)
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e | NA: 211 (Gerberick et al., 2005)

e DPRA: 81 (Gerberick et al., 2007)
(Direct Peptide Reactivity Assay)

e h-CLAT: 100 (ashikaga et al.,2010)

109 (Nukada et al., 2010)
(human Cell line Activation Test)

e ARE assay. 116 (Natsch al., 2009)

e KeratinoSens: 67
(Emter et al., 2010)

100

e SkinEthic™ HCE model: 102
(Cotovio et al., 2007)

e SkinEthic™ HCE model: 435
(Cotovio et al., 2010)

« HET-CAM: 145
(Schrage et al., 2010)

e STE test: 114 (Hayashi al., 2009)

(Short Time Exposure)
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Ring Study
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e COLIPA: 5 labs
Henkel, L’ Oreal, P&G
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e Performance Standard e COLIPA List EsTIv 2010)
(ICCVAM, 2008) Eye Irritation Task Force
LLNA . 50
http://iccvam.niehs.nih.gov/methods/ '
Immunotox/PerfStds/LLNAPerfStd07Jan08FD.pdf GHS category 1 10
category 2 20
e COLIPA List Not classified 20
33
( 14+6, 8+5)
e ECVAM List (Casati et al., 2009)
15
( /+4, 4)
e Sens-it-1v LISt (sens-it-iv, 2009)
23
( 9+4, 10)

http://www.sens-it-iv.eu/files/newsletter/Sens-it-iv_Newsletter 32.html
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COLIPA List

Chemical CAS # LLNA EC3 (%0)
Oxazolone 15646-46-5 0.003
MCI/MI Mixture/26172-55-4 0.009
DNCB 97-00-7 0.05
Glutaraldehyde 111-30-8 0.1
1,4-Phenylenediamine 106-50-3 0.16
Formaldehyde 50-00-0 0.61
Clear positive Methyldibromo glutaronitrile 35691-65-7 0.9
(14) Isoeugenol 97-54-1 1.2
Ethylene diamine 107-15-3 2.2
Cinnamic aldehyde 104-55-2 3.0
Nickel sulfate 10101-97-0 4.8
4-Aminophenol 123-30-8 ?
Trinitrobenzene sulphonate 2508-19-2 ?
Cobalt chloride 7646-79-9 +
Diethylphthalate 84-66-2 NC
Lactic acid 50-21-5 NC
Octanoic acid 124-07-2 NC
Clear negative Glycerol 56-81-5 NC
(8) Methyl salicylate 119-36-8 NC
Phenol 108-95-2 NC
Dimethyl formamide (DMF) 68-12-2 NC?
Zinc sulphate 7733-02-0 NC
Hexylcinnamic aldehyde (HCA) 101-86-0 11
Citral 5392-40-5 13
Eugenol 97-53-0 13
Penicillin G 61-33-6 30
Difficult substance Tolu_enediamine bismaleimide +
(11) Sodium lauryl sulfate 151-21-3 +
4-Aminobenzoic acid (PABA) 150-13-0 NC
Benzalkonium chloride 63449-41-2 NC
Benzocaine 94-09-7 NC
Diphenylthiourea 3898-08-67 NC*
Vanillin 121-33-5 NC
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o Validation/Peer-review
ICCR

. EU US
e 2007 9

e |ICCR
(ICATM)
2009 4

ICATM
(1) Validation
(2) Peer-review

(3)

ICATM validation peer-review

ICCR: International Cooperation on Cosmetics Regulations
ICATM: International Cooperation on Alternative Test Methods 19
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COLIPA JCIA
(PCR)
ECVAM JaCVAM
ESTIV JSAAE

European Society of
Toxicology In Vitro

Validation Peer-review

PCPC

ICCVAM

ASCCT

American Society for
Cellular and Computational
Toxicology
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0 h-CLAT Pre-validation al
H 2003.12 COLIPA 2
B 2004.6 COLIPA h-CLAT Ring Study
h-CLAT EU
v
Validation ECVAM
H 2008.1 ECVAM prevalidation
Hm 2009.6
ECVAM JaCVAM
1 Lead lab j> 2 Lead lab
2 Naive lab 2 Naive lab ECVAM
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° STE Peer-review ol

H 2008.4 1st validation
B 20010.6 JaCVAM 2nd yalidation
Validation f> Peer-review
e JaCVAM review
e ECVAM 3 validation
e |[CCVAM
ICCVAM 3 — > ICCVAM

- JaCVAM
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_ Society of Toxicology
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B European Society of Toxicology In Vitro
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B ERGECD (European Research Group on Experimental Contact Dermatitis)
B Contact Dermatitis

I 13
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B Ring Study 2 ©
B Predictive performance 3 *
B Database 1
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ARE

reporter gene assay

B Natsch et al., 2008 (Toxicol Sci 102, 110-119)
MCF7 ARE ARE assay

B Natsch et al., 2009 (Toxicol Sci 107, 106-121)
In silico + Peptide assay + ARE assay

B Emter et al., 2010 (Tox App Pham 245 281-290) : KeratinoSens
HaCaT ARE reporter gene assay

B Natsch et al., 2010 (Toxicol Sci 107, 106-121)
Nrf2-Keapl-ARE pathway review

B Natsch et al., 2011 (Tox in Vitro in press)
KeratinoSens 5 lab Ring Study

| OECD TG
E impact factor j>
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E Ring Study
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COLIPA

B Validation/Peer-review
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JaCAVM

OECD TG
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o WC8
World Congress

on Alternatives and Animal Use
in the Life Sciences

2011 8 21-25

The Three Rs

: It's PQIs:sibleL

Replacement - Reduction * Refinement

www.wc8.ccac.ca
wc8.secretariat@ccac.ca
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