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AVAILABLE VALIDATED ALTERNATIVE METHODS

HUMAN HEALTH SAFETY EVALUATION

Endpoints

Skin sensitization - | Refinement methods for skin sensitization:
Murine Local Lymph Node Assay (LLNA)

e refinement test on mice

e no challenge phase
e endpoint : 3H-methylthymidine uptake
into lymphocytes in draining lymph nodes

e Vvalidated in USA, endorsed by ESAC,
EC B.42, OECD 429

e [rLLNA : less animals involved

¢ non-radioactive LLNA approach




Acute Contact Dermatitis Test Methods

Method

Murine local lymph
node assay (LLNA)
for skin sensitization

Harmonized
performance
standards for the
LLNA

Reduced LLNA
(rLLNA)

1SO (2002)

Current Status Lead Action
Organization
OECD TG 429 (2002)  complete
Endorsed by ESAC NICEATM-
Endorsed by ICCVAM;
ICCVAM, ECVAM; JaCVAM
transmittal of
ICCVAM final

recommendations
to U.S. Federal
agencies in progress
Update to TG 429
submitted to OECD

Endorsed by NICEATM-
ICCVAM, ICCVAM/
transmittal of ECVAM
ICCVAM

recommendations
to U.S. Federal
agencies in progress
Update to TG 429
submitted to OECD
JaCVAM peer
review in progress

National
Acceptance

OECD TG 429
(2002)
1SO (2002)

Harmonized
performance
standards for the
LLNA

International
Acceptance

OECD TG 429
(2002)
1SO (2002)



Acute Contact Dermatitis Test Methods

Method

Nonradioactive LLNA
protocol (LLNA: BrdU-
Flow Cytometry

Nonradioactive LLNA
protocol (LLNA: BrdU-
ELISA)

Nonradioactive murine
local lymph node assay
protocol (LLNA: DA)

In vitro skin
sensitization assays (h-

CLAT,; DPRA; MUSST)

Current Status Lead Action National International
Organization Acceptance Acceptance
ICCVAM peer review NICEATM-
completed, 2009 ICCVAM

Data audit and
interlaboratory study
planned, 2009

ICCVAM peer review JaCVAM
completed, development (validation study);
of final recommendations NICEATM-

In progress ICCVAM
Acceptance by Japanese (international
Regulatory Acceptance  peer review)
Board pending

Development of draft

OECD test guideline in

progress
ICCVAM peer review JaCVAM Accepted
completed, development (validation study); by Japanese
of final ICCVAM NICEATM- Regulatory
recommendations in ICCVAM Acceptance
progress (international Board

Development of draft peer review)
OECD test guideline in
progress

Multi-laboratory validation ECVAM,;
study to start this fall JaCVAM



h-CLAT/\)TF— 3> 872




N-CLATS R ™ L B o nt- Bt A B DS S 2O A —

Jn4g 3 A
EEEI0) 378
CHEROREISE
. BARRIEERE
. fEEREIRE IR
. FRREEIN G
CMGERRGEH
. FERA S
R SR i
. BHE#| 0 ETi
. B EH| 0 ET
FE0): 3

@ -u;iqc VAM

© 0 NO O WDN -

RERIE(BLIEESBMEEURAR)
RO FJEEHRALEH)

EBRIRAT#H (XA ELEE)
KHERFFR—FIER T E#%XEH)
FAEZ (XS HRARVIEFER)
BESEF(HASHELE)

RFHEE (SAA X&)

KE WEHEX=ta—t—)

INREE (TEEHKXEH)

MEERE (BARAF—FEEREXE1T)
NG Z(ELEERBRFEEMRZER)



Validated 2009-2011: Skin sensitization

Method N-CLAT using THP-1 cells
Type ~ormal
Developer Kao & Shiseido

Coordinator ECVAM & JaCVAM

Support ECVAM & MHLW
Labs. Three or four (International)
Chemicals ?

Start 2010

@ ;@C VAM
bhvﬁ



Sponsors: ECVAM (MUSST, Direct Peptide Reactivity Assay);

ECVAM/JaCVAM (hCLAT)
Management Team Biostatistics
approves
= goal statement » - support chemical selection
- praject plan = approvz ats;:eadsheels
.| - study protocols f amendments _ - collect
"| - oulcome of QC audits = - analyse dala
Chemical Selection - fest chemicals
Committee = data management procedures
= fimelines /siudy progression
- definition of selection ciiteria < = study inferpretation and conclusions
- chemical selection = reporis and publication
- Baise with suppliers \
= final check of chemicak
provided Coordinator ECVAM
is responsible for
= study communicalion and coordination
v = subconiracts
A SIS A = organising meelings
Chemical acf:|m§|ho_n, coding - organising study conduct
and disfribution < - organising QC audils
Company tbd - producing final report
= producing publication
Y Y A 4
Lab 1 (lead) Lab 1 {lead) Lab 1 (lead)
- SOP - S0P - SOP
- Lab Training - Lab fraining - Lab raining
- lesting Phase 1 +2 -esting Phase 1 + 2 -{esting Phase 1 + 2
Lab 2
Lab 2 Lab 2
- tesiing Phase 2 - testing Phase 2 = festing Phase 2
Lab3
Lab3 Lab 3
- tesiing Phase 2 - testing Phase 2 = festing Phase 2
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Transition from guinea pig to in vitro
to detect human allergic contact dermatitis

Chemicals (pharmaceutical, cosmetic, pesticide etc.)

Maximization or Buehler
test using guinea pig

Local Lymph Node assay
(LLNA)

............................................... IR cereeneneneneneess2000

Non-RI LLNA (LLNA-DA,
.......................................... LLNA-BrdU ELISA eeseess2010

Cell assay and LLNA-BrdU Flowcyte)
(MUSST, h-CLAT)

| Human allergic contact dermatitis
@ <¢C\€AM 13
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Transition from guinea pig to in vitro
to detect human allergic contact dermatitis

Chemicals (pharmaceutical, cosmetic, pesticide etc.)

Maximization or Buehler
test using guinea pig

Local Lymph Node assay
(LLNA)

e

/ Non-RI LLNA (LLNA-DA,
.......................................... x‘ eecccccee LLNA_BrdU ELISA
Cell assay and LLNA-BrdU Flowcyte)

(MUSST, h-CLAT)

\ Tiered testing strategy ?

@ @gic contact dermatitis
@\\ <LEovam
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Update on JaCVAM(15.June / 2009 updated)

Classification Test name Validation ) Regulatory Recommendation Collaboration
study Feerreview acceptance o gowemment QECD
(J (J (J (J (J
01 (1)Reconstructed human Feb-00 Jun-08 - Au-08 Guideline | JSAAE
Corrosivity test tissue test made in = " N g Ho.431
Japan: Vitrolife-Skin 0 0 O' 0 O
02 (1)3T3—NRU Guideline
Phototoxicity test B w04 No.432
Q Q O I O
(2 Y'east growth inhibition Jan-0@ May-00 . JSAAE
phototoxicity assay and : = s aeng
the red blood cell Q Q Q 9 e
photohemolysis assay
03 (1)LLNA-DA Jun07 Feb-—-08 Cet-08 Mov-08 JSAAE
Skin sensitization 1
test Q o Q Q =
(Z2)LLMNA-BradU Aug-08 Feb-08 on going JSAAE
Q o Q Q o
(3-CLAT start in 2000
o] J @ L @
(4ILLMNA
- \J (- - I
(5IrLLMNA, E:CCT:;& st i 2000 ICCWVAM
] O @ J J
04 {1)Reconstructed human ECVAM Mov-8 - Draft test  |ECWAM
Skin imitation test |tissue test T = gang guideline
Q Q Q I Q
(2)Reconstructed human May-09 JSAAE
fissue test made in Japan - -
P Q O ®’ o Q
E}Eculari itation (1)BCOR, ICE E:%UUA:‘M Mar-02 on gaing Guideline




Japanese Center for the Validation of Alternative Methods
Office . New Testing Method Azsessment, Divizion of Pharmacology,
Mational Biclogical Safety Research Center (NBSRLC),
Mational Institute of Health Sciences (MIHS)

BFEE  Coglish (,]nuglt' Search | www @ jscvam.jp

About JaCVAM Lpdate on JaCWVAM Academic activities Submission of Alternative  International Cooperation
Methods to JaCWAM

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
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News Contents
E[NEW] news texts dummy texts news texts dummy texts & About JaCVAM
news texts dummy texts{ 20097 16} Message from JaCVAM / Policy and Mission of JaCVAM /

Crganization of JaCVAM ! Glossary !

&I news texts dummy texts news texts (2009.7.3)
Proposal for Engagement Rules
& news texts dummy texts news texts dummy texts news
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