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JaCVAM Statement on the
In Vitro Skin Corrosion: Reconstructed Human Epidermis (RhE) Test Method,
LabCyte EPI-MODEL24 SCT

At a meeting held on 7 December 2021 at the National Institute of Health Sciences (NIHS) in
Tokyo, Japan, the Japanese Center for the Validation of Alternative Methods (JaCVAM)
Regulatory Acceptance Board unanimously endorsed the following statement:

Proposal: Although a positive result in an in vitro skin corrosion test using human skin
models such as LabCyte EPI-MODEL24 SCT is generally considered sufficient
for predicting a test chemical to cause skin corrosion under the United Nations
Globally Harmonized System of Classification and Labelling of Chemicals (UN GHS)
Category 1, this test as well as EpiSkin™ and EpiDerm™ SCT are considered
sufficient for predicting a test chemical to cause skin corrosion under the UN GHS
subcategories. Furthermore, thorough consideration must be given to the applicability

domain when using this test.

This statement was prepared following a review of the Organisation for Economic
Co-operation and Development (OECD) Test Guideline (TG) 431 In Vitro Skin Corrosion:
Reconstructed Human Epidermis (RhE) Test Method together with other materials prepared
by the Skin Corrosion Testing JACVAM Editorial Committee to acknowledge that the results
of a review and study by the JaCVAM Regulatory Acceptance Board have confirmed the
usefulness of this assay.

Based on the above, we propose the In Vitro Skin Corrosion: RhE Test Method, LabCyte
EPI-MODEL24 SCT as a useful means for assessing skin corrosion potential during safety

assessments by regulatory agencies.

Ry A A ey Pl
Akiyoshi Nishikawa %oko Hirabayashi
Chairperson Chairperson

JaCVAM Regulatory Acceptance Board JaCVAM Steering Committee

December 7, 2021
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The JaCVAM Regulatory Acceptance Board was established by the JaCVAM Steering

Committee, and is composed of nominees from the industry and academia.

This statement was endorsed by the following members of the JaCVAM Regulatory
Acceptance Board:

Mr. Akiyoshi Nishikawa (Center for Biological Safety and Research: CBSR, National
Institute of Health Sciences: NIHS / Saiseikai Utsunomiya Hospital) : Chairperson

Ms. Yoko Hirabayashi (CBSR, NIHS)

Mr. Hiroshi Itagaki (ITACS Consulting)

Mr. Kazuhiko Matsumoto (Nagoya City University)

Ms. Ruriko Nakamura (National Institute of Technology and Evaluation)

Mr. Jihei Nishimura (Pharmaceuticals and Medical Devices Agency)

Term: From Ist April 2020 to 31st March 2022



This statement was endorsed by the following members of the JACVAM steering Committee

after receiving the report from JaCVAM Regulatory Acceptance Board:

Ms. Yoko Hirabayashi (CBSR, NIHS): Chairperson

Mr. Osamu Fueki (Pharmaceuticals and Medical Devices Agency)
Mr. Yukihiro Goda (NIHS)

Mr. Akihiko Hirose (Division of Risk Assessment, CBSR, NIHS)
Mr. Koji Ishii (National Institute of Infectious Diseases)

Mr. Yasunari Kanda (Division of Pharmacology, CBSR, NIHS)
Mr. Satoshi Kitajima (Division of Toxicology, CBSR, NIHS)

Ms. Kumiko Ogawa (Division of Pathology, CBSR, NIHS)

Mr. Takayuki Okubo (Ministry of Health, Labour and Welfare)
Mr. Keiichi Sugiyama (Division of Genetics and Mutagenesis, CBSR, NIHS)
Mr. Masahiro Takahata (Ministry of Health, Labour and Welfare)

Mr. Yuhji Taquahashi (Animal Management Section of the Division of Toxicology, CBSR, NIHS)

Mr. Masaaki Tsukano (Ministry of Health, Labour and Welfare)

Mr. Masahiko Yokota (Pharmaceuticals and Medical Devices Agency)

Mr. Takao Ashikaga (Division of Risk Assessment, CBSR, NIHS): Secretary
Mr. Hajime Kojima (Division of Risk Assessment, CBSR, NIHS): Secretary

vii
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S
EURL ECVAM :

GHS :

JaCVAM :

MTT :

OECD :

SCT :
TG :

European Union Reference Laboratory for alternatives to animal testing
ERINFOR LR > 2 —)

Globally Harmonized System of Classification and Labelling of Chemicals ({t:"7
i DR L OGRS 2 AR AT L)

Japanese Center for the Validation of Alternative Methods

(AARE R > 2 —)

3- (4,5-Dimethylthiazol-2-yl)-2,5-Diphenyltetrazolium Bromide

Organisation for Economic Co-operation and Development (7 [# /7 BR & F4%4#)
Skin Corrosive Test (FZJ& & & H:7ER)

Test Guideline GRERIET A FZ A V)

United Nations (E|FEH5)
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1. RBRIEDER
AR v MREET VA T RS AR O E

T 2 BB - v &2 2 B ARk Y

FIRIE DS
ABBRIA I, U9 FREORD D ICAEIB AT 5 3 WEAHEE M RET L (BT,
R T) & IV, BB R T R SN kf AR 2 7R TR ) & P
B R T VRN % R L7 vk L, REAIOE(E 4 MTT
LR DR, BRI HIET 5.

ARBRIE OB PR 2

ABRiEIL, AT SN 7-FRKEKET V% H - LabCyte EPI-MODEL24 SCT TH Y |
JaACVAM (2L DY F— g U8 L Z sk < B =FaHmc K v . EBREw 4 v
B AR OMRIE L L CREEMNICZY TH S Ll ST\ 5 39, EURL ECVAM C
XY F— h &7z EpiSkin™F5 L O EpiDerm™ SCT & [Al##% 39, OECD TG431 (2 TR &
TW5 D, JaCVAM R i@ S MERBRE BRI ZE B2 TlE, BUEE TR STV o R &1
B L OGEICEH SN 7= RECE T V& W T BB S B MR L &[RRI, LabCyte EPI-
MODEL24 SCT OFVFHIZ LI OV TR L7, Z ORGSR, ARBrikix, EREmEN
A OEGEE T IXAEE A~ ORI A& C T EOREMIIC R Ltz Rmd) & D R E
JEEMERBIBFIZ RS E | Ml~OBHEEZ IR L b0 THY | JFENICH XY TH D
& S Az,

2. BME T 2WE IR OEFME AT 23 EBRIE L& L Co 2z ATUWER X OYT

B EOFIH O FIHEME
FEEAZ T AU -

AFRBRIEIL, BE OB EAT 2 L7 ik ThilTEmRTE H23BRIETH Y . OECD
TGHBITERENT-HREN TV DEELET MIMICE H DN, AT UIEETHD . A
FRREGTHH L LB, A MBR, o, AXTHMEH N RNE NS T, 3Rs D
FEFCAEL TR Y . Sz ATUEITE

1TE EOF AN

KRRBIE BV THEDRIR PG O -G, W E 2 8 e (EE GHS 771
BUFHXSy NDEHET D LILARETH S, [E# GHS MK & BJE L7 Hiiicis VT
%, LabCyte EPI-MODEL24 SCT /%, EpiSkin™3 X O EpiDerm™ SCT & [AIERIZEHEECE 5
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1) JaCVAM EEMRABREERREZ B S M EE © FMREET VE MW RERE &
PERRBRHURRE (2021 42 12 H 7 A)

2) OECD, Guideline for the testing of chemicals. 404, Acute Dermal Irritation/Corrosion 2015.

3) JaCVAM Validation Management Team, Validation Study for in vitro skin corrosion test method
using reconstructed human epidermal tissue LabCyte EPI-MODEL24. 2019.

4) JaCVAM, Peer Review Panel Evaluation of the Performance-based Validation Study on the
LabCyte EPI-Model24 in vitro skin corrosion test method as a me-too test method according to
OECD GD 219 and falling within the OECD TG 431, 2018.

5) ECVAM, Statement on the scientific validity of the Episkin test (An in vitro test for skin
corrosivity) 1998.

6) ECVAM, Statement on the Application of the Epidermtm Human Skin Model for Skin Corrosivity
Testing 2000.

7) OECD, Guideline for the testing of chemicals. 431, In Vitro Skin Corrosion: Human skin model
test. 2016.

8) ICCVAM, NIH Publication No0.02-4502 ICCVAM Evaluation of Episkin™, EpiDerm™ (EPI-
200), and the Rat Skin Transcutaneous Electrical Resistance (TER) Assay: In Vitro Test Methods
for Assessing Dermal Corrosivity Potential of Chemicals 2002.

9) OECD, Series on Testing and Assessment No. 190 Summary Document on the Statistical

Performance of Methods in OECD Test Guideline 431 for Sub-Categorisation, in Series on
Testing and Assessment. 2013.

10) OECD, Series on Testing & Assessment No. 203, Guidance Document on an Integrated

Approach on Testing and Assessment (IATA) for Skin Corrosion and Irritation. 2014.

11) OECD, Series on Testing & Assessment No. 219 Performance Standards for the Assessment of

Proposed Similar or Modified /n Vitro Reconstructed Human Epidermis (RhE) Test Methods for
Skin Corrosion Testing as Described in TG 431. 2015.

12) GHS BMRA HEASSBAGR, (L2 ON0MEE LOFRICET A R FHf L 2T 4

(GHS) 2427 8 k. b33 H ¥Rt H, 2020.
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List of Abbreviations (B§FE—&)

ANOVA :
ESAC:
EURL ECVAM:

GHS :

ICCVAM :

JaCVAM :

MTT :
OECD :
OD :
PBS :
SCT :
SDS :
TER :
TG :

Analysis of Variance Software (57 #% 73 H7T)

ECVAM Scientific Advisory Committee (ECVAM F}2235 R £5%)

European Union Reference Laboratory for alternatives to animal testing

(R AR AR > 2 —)

Globally Harmonized System of Classification and Labelling of Chemicals ({15
il D3 EAE KL OFRICBE T S ARG 27 L)

Interagency Coordinating Committee on the Validation of Alternative Methods
CRE DO RREIZB Y %8 T HES =)

Japanese Center for the Validation of Alternative Methods

(A AE R IEE & > 7 —)

3- (4,5-Dimethylthiazol-2-yl)-2,5-Diphenyltetrazolium Bromide

Organisation for Economic Co-operation and Development (% # 17 /) BH 55154 )
Optical densities (W)

Phosphate buffered saline (U > F&#% i)

Skin Corrosive Test (52 J& & £ PE75xR)

Sodium dodecylsulphate

Transcutaneous electrical resistance assay (% [ & K HLIERER)

Test Guideline GRERIET A R F A )

United Nations ([E FFiH4)
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¥ Y% D B R RBR OB FEERACRE (LT, fRORELRET) & LT, R
771 BR %44 (OECD: Organisation for Economic Co-operation and Development) (& C Rl {E 77 A
K7 A > (TG: Test Guideline) 431 & L T/A&GB S iz b MEREET V2O BRIEOA M
Z il L7z, M45% TG 1% 2019 4E DI EIZ BV T, LabCyte EPI-MODEL24 28 B &= 2 &
Mo, o NREET VSN L Y PEE WO BRIZIBW T, bk, B L 72 R
TG431 IZB#H S TWDHET /L OHF T, EpiSkin™, EpiDerm™ & [A££(Z, LabCyte EPI-
MODEL24 3 EMED A MEFHH CTE 2 E T /L E LTHERTE 2 & B2 b7, Fio, EER
HEALF L O R L OFRICE 9 5 ARG - 2 7 A (UN GHS: United Nations Globally
Harmonized System of Classification and Labelling of Chemicals) 7338 DHHX 7y % 5 8 L 7= 5EAfhIC
BB T%, LabCyte EPI-MODEL24 SCT (Skin Corrosive Test) {%, EpiSkin™, EpiDerm™ SCT &
FERICFEE C&E 2BRIETH D, YZET /MI, AAREANTREINTWD Z &6, st
HFEDETMCHE L TaX b, AFNEL THLRTHAATHD LEZA LN,



1. RBREORFRB L OHHIE O DY

B I B MR BRI B R R MR BR D — B & L TAT DL, FEx DA KT A " ClE Draize
LIZEVIREINTZ U X2 AL FIERHER SN TE Y, T OHIEITERYE ORI
R EMEZ R T 2B E LTREUEHINTEL 0D, HEZHWIRTIT O 7o &8k
IZZ L EBRFECHER M CORBMERZ L, FIZEWITHLVIEAE A ML A2 525
AR E 220 . DIRTR D B A U W B RS (LT, RRIE LD
) OBHFENEIE STV,

ZORBREE LT, R /1B 7B (OECD: Organisation for Economic Co-operation and
Development) TilB#iLE T A R Z A > (TG: Test Guideline) 431 (213, FEEAEMERERE LAY
JEEAL 3 WItHICHER SN e FREET NV EMH LM ENTEH ST D 2,
ZORBEZ. BEMEDWENAEROGEEETIIAERICRIN SN BRI T 5 2 LIk
0. FREOMIZEIE L CllasEtE s mT & W o REUCEED X | BRI IR R % O Ml AT
TR A FRAE R TS S Ao &2 3 LTV 5, EpiSkin™=° EpiDerm™Z25 0 bk # [ E 7 /LMK
TIHBEICANY 7= g U E e S v, BN TP E O RSBt iz Hro L L
THRREN, ALFIE DY 27 X FICHH STV D 2 &R0, S ERES e
Fn D5 FER L ORI T B R EEFI o A7 4 (UN GHS: United Nations Globally Harmonized
System of Classification and Labelling of Chemicals) | Z3FIZHE > TRHli S5 7 — A0 2 T
H 2 b, BAEIZBOTHERERBROMREIE L LT TG431 @ 2016 FUGETR Hzo0
T, JaCVAM JBZfEIE Rl & BHm I Z B R MBI & 2891k &0 O 1R Bl 217 -
7oo T OFER, EpiSkin™, EpiDerm™, SkinEthics™:5 & OV epiCS® A3 BRI E D K¢ i 8 2%
ZaHi 25BRIE S L THERTE 2E7 L Th Y, UN GHS HEHOMX 3% ZET 556
I% EpiSkin™A3 b o L b HEHTH D & LIl EA2ER L7z Y, ZHUIE D%, JaCVAM
iR IC BV T B R S AL, WA A T ICRE L ETHEA S RETHLH & &
iz 9,

X 512, UNGHS OFHOUETHTd 5 8 fiL(2019 HF1T)Y (2B W TIE, R RN/
WMEDFHmIZ T L. TG430, 431 7213 435 1296 - CTIMi SAL7mBRIC OV T E OHIE R
WERFZT DL, BB REMERXS 1 A& o TUTMETH) ISEATEETH D Z &3
RENTZ LG, REEOTERIMONME LRSI THD EZATH D,

AFHfIFE TIE, OECD TG431 @ 2019 H&GETR @ THIZISBIMER Sz e hREET L
LabCyte EPI-MODEL24 SCT (Skin Corrosive Test) |2 DWW T OF R MERERE L LTCoH AL
Al L7z, 7eds, ARRHIETEZ O 2 BROFEMEZ B E LT, BEZFHliE 7 Td % EpiSkin ™
¥ L O EpiDerm™ SCT % W\ 2 J& B MERBRIE O FHIZ DWW T H HFFE L7z,

P
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2. BB T m b VB O LS

BB E D4 G i U C R GRS IREE S 4L, MTT(3- (4,5-Dimethylthiazol-2-yl)-2,5-
Diphenyltetrazolium Bromide] Dt &7 H KD 7o fHILALFZR DO EFIE D> b B IS £ 2 E 3
Do TNOOWEZR 1T L O, #BRWMEL LTI, /IR, KM, FEE, BE o
DERY) . KAEVEE BRI LT D, FEBREME L@, BT ER KOG iR o &
FAE D ORMHIEE TH 0 EARRRBRERH & HEEEIC O W TIEFR 2 22 RS,

B 1 h =L LT, EpiSkin™, EpiDerm™ SCT #5 J U8 LabCyte EPI-MODEL24 SCT %
BNZRE 5 9,

1) EpiSkin™

12well 7' L — b D% well IZEE 2mL 22 7212 hREZET LV EE S, HEBRWE N
WIROLGEITXE Ny X —TS50uL @M., MKz EEEOYA X 20mg % 100uL @ NaCl K
9 g/L) LB ETHEHHT S, WHRME%L 3 0. 60 70, 36 L0240 S IE#EE ., 25 mL
O PBS THERME A VEVIE T, Wk, X— "—Z ANV ED LIS TKRyEE L, RED
BEICER LN b By X —% HOWEREICFE > 72 PBS 2R W E-> 7%, MTT A4 5 e
% (0.3 mg/mL) 2 #£ZET/AOFHIZ 2 mL I %, 37°C, COy A v F 2_X—Z |z
180 /Ml L=, LLFOFIRIC Tt 217 9, MTT ARz 2R a RE®k, S
F A48 (biopsy punch) Z IV CTRBZET V2 < Vx| Wb Y 7 a8 —)L 0.5mL RN
LIeH T AF 2a—7 1 2REL, —BERKET 2, 96well 7' L— MIHliH#K A 200 pL 37>
BL,. ~f7u7L— k) —&—%H\T 5450m-594 nm OFEIK TOWNEZJET 5, B
PAbA Y T o) — VDR EMZT well #7727 L L, EHEE 7 7 7EDEERD

o PEVEXIIRTdH 2 240 53 [FIEEE O NaCl 15K (9 g/L) O HEE 100% & L, KRiED 3 5

i, 60 ZrfHlds KO8 240 73 FIREERF DWROLEE A2 % & L TR LMilaDEFRE T 5,

Sy HINREE L7 & & OELFERD 35% A0 2~ T BT /R L HEST D, —J7, 240 4y
ANREE L7o & 21T 35% L LR RZ R TWEITIHFREN LHET 2, b2, BEMD
X3 & LT, 30 MR LTz & & OALFERED 35% AT OLEIEIX 7 1A & L, 3 /gL
T2 & EDAELFRD 35%LUET, 730 60 4 [HBREE L7z & & DAELFRD 35% KM O R4 7R
TWHE. HDHT 60 SRR L7c & & OEFRD 35%LU LT, 720240 LB L 72 & =
DALFED 35% R OFERZ R TWEIL. K4 1B/IC &1 5,

2) EpiDerm™ SCT

6well 7L — F D% well IZHF#IK | mL ZMA72#%IZe NREET AV ZEE, RBRMED
BIROLGEITE Ny Z—T50uL, MR EFEOLGEIT 25mg % 25ul DK EHbE, £
THERBICEAT S . WBRWEE 3 il L0 60 DRBER. 7L — R D IEBRYE
THT =Y a AR VBRE LR, —EDEIO PBS & W T 20 FIFLE RS 21T 9, Bt




Hrth, N— = F A VETKSEGD | BRICER LR 7272 24 well 7' L— MIERK
ETNEBET D, MTT 6525 eR8%1R (1.0 mg/mL) # & RRLZET VO FHIZ 0.3 mL
WINT 25, 37°C, COy A > 2 _—& i 180 4y [HkEHE L=, MTT k% S ekikii %
W5l L PBS AN, WAl% 2 BIfREMRY KT Z & T, REIZREFEEZRVR, £ —1
WA V7 as8 ) —)v % 2 mLRINL, —BREEKER. 96 well 7' L — NIl % 200 L
TOBL, v~fZ7a7L— ) —X—%H\T 540 nm & 5\ % 570 nm OFEIK TOWNE
ERET D, 470X ) —vOhEMxT well &7 77 L, FEEE T T 7D
xR D, BRI TH HKOWIEEE 100% & L, FIiRo 3 45 £ 7213 60 4y g
RFDOWCEEZ % & U TR LMD AFR L 32,

3 R EE L7c & & DAEFRD 50% A, oDV ME 3 53 TIHEMFRDN 500 ETH S
N 60 4y FINRETE L7= & 12 15% RO R 2 R T WEEZ S RE L HET D, —H. 3 M
WEEE L7 & ITEFED 50%LL BT, 70 60 /MR Uiz & 12 15% 8L EOWE I IS
B EHET D, DI, BREDOKSYE LT, 3 DRFMEE Lz & & DAEFRD 25%ATH
DEBEIE. K3 1A, 25%LL EOBAIXX S 1BIC &35,

3) LabCyte EPI-MODEL24 SCT

24well 7' — b D& well IZHFEIK 0.5 mL # 2 b NREET VA E S HRME DR
DFAIFTE Ny X —T50uL, HyKRZR EEFEOEAIL 50mg & 50 L Ok & A, 5L
FREICERTS ., WBREE 3 B L0 60 SyRBRER, BELy TEE Y B TR
DHL, # o B 73252 & THBMEZIRE Lok, —EDMRFED PBS & T 10 [=1F2
FEPERZAT O Vetpth JRBE R Z O COKD Z B0 B  MTT a5 2 5 L5380 (0.5 mg/ml)
25 0.5 mL Ao Tffi7z2 7 b— MZA ¥ — F2BET 5, 37°C, COr A »F 2 X—Z HiZ
180 7y MHIkEEE L7z, LT OFNEIC CTHilli 2175, Rk as v 2y PTRV L, 1V
TR )= 300Ul D Ao~ A 7 aF a—T7IZiRiE L, —BRAREATICER . 96 well 7 L
— Ml % 200 pL T2 7, v~/ 7 a7 L— U —&—%H T 570 nm 35 X TF 650 nm
ORI TORNEZJE L. WL (570 nm) 2> B (650 nm) % 78 L 51\ 7l 4 &
ET D, A TaR )= VDBREMZT well 2777 L, EillfiE 77 7EOESE
RDD, WHHAIROKDWINEE 100% & LD 3 /3 E721E 60 JFIBREERF OO
% & LCHRI LMROATFELE T 5,

3 GrMHNREE L7 & & OEFEDN 50% K0, B DWIE 3 S TIEAEFEERDN 50%U ETh S
23 60 Sy INREE L7z & 12 15% RO RE R TWEL BRI LHET D, —FH. 3 2
RUBR U 72 & EATAEAFRED 50% LA L 730 60 43 FIWREE L7z & &1 15% L EoWE X IR &
ML HET S, EHIC, BRMEOX Sy E LT, 3 MIRE L- L X OAEGFER 15%AKH D
BAE. K 1A, 15%LL EOBA XX 1B/IC &5 5,
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# 2-1. EpiSkin™ O FHI|E T /v

JAN VAN > N 25 RH e 52 44 -
3ﬂ%\@ﬁ%$;;£Mﬁ%§%f T 2T

JEE etk

3 %Fﬁﬁﬂz%ﬁf @_&Lﬁ$ﬁ§ 35%5%‘??35 - UN GHS fﬂﬂlzﬁj\ lA*

3 Sy EE S D AEAFEADY 35%LL BT »
2 60 43 TR % D AEAFHRD 35% A D
Bitr. b L<IT 60 43 [EMgEE % O AR
8 35% LA T, 230 240 4y TR EE % D
TFRM 35% A

240 4y MR RIS DAETFERD 35% 2L | I Rt

J& £
« UN GHS #iX43 1B & 5 WX 1C

*) ERMEOMIX SRS D RhE RBRIEDF M Z TN 5 72 OIC/EK L7z — 12k 5 &, EpiSkin™ #BRIEIC L W X9 1A
W ESNTWEIRAEMOR 22%2, FEERICIEXS 1B 7213 ICIKR T2 b0 THLAEEND D (T7hbh, #MARE
fifi)

% 2-2. EpiDerm™SCT O FHIET /v

3 4rfElds KO 60 43 [RINEEEL O A FH T I 0D B A
BepE 1
3 Gy R R % DALTRD 50 % AT J& £k

3 MR ER % O AEAFERD 50%LL £ T,

12 60 43 FMREE G O AEF 35 15% Al BERAE
3 Sy THINREER % DAELFHED 50%LL BT, 2 s

2 60 53 HMREE R DAELF=RD 15% LU

BePE 2 B 1 THRERME LS - WE RS

3 4y TR TR D AETFRDY 25% A UN GHS #iX45r  1A*

3 SRR % DAETERN 25% 0L 1 UN GHS fiX4y 1B & 5\ 1C

*) JERMEOMX SIS S RIE iRk OA M2 7 M 2 72 DIER L= F —Z 12k % & EpiDerm™SCT (2 & ¥ X5y 1A
W ESNTZWE IREMOK 29% FEFIITIXS 1B £33 ICICBT 2LDOTHIARMENRD S (T72bb, MAGE
i) .



% 2-3. LabCyte EPI-MODEL24 SCT F#|E 5 /v

5311 KO 60 43 RINREE 1 D A (73R TR D FHAM
Bl 1
73 VR % D EAFER DY 50% Al J g
43 THIBR R 1% O ZEAFR DN 50% LU T, P
73 60 43 [HIEREE 1 D AEAFRDY 15% A
43 THIBREE 1% D ZEAF RN 50% LU T, B

P32 60 41 MR R 4 D AEAFR D 15%LL E
BeRE2 B 1 CHERM LCH SN IRA

3 4y TR FE % D AEATERD 15% A UN GHS #H[X7 1A%

3 oy R O EIFHRN 15%LL F UN GHS #i[X453 1B & %\ %

*) MIX 5y & BAHT 5728, RhE RERIEOF A OB AN S EK SN 7T — 12X % &, LabCyte EPI-MODEL24 SCT #&
BRiECTOMKXSY 1A OFER 30%1k, FEBIITMX S 1B £ 723X D 1C OWE IR (T b b, RS » 67 5 Ak
MRBHB LRENT,

3. BERBLUOFMEICELNT-MEDOSE,. BREBOZYM, inviroBXUOBRT—F0FE

LabCyte EPI-MODEL24 SCT O FHIMEIX, TG431 MEREREYEIZ D H 7z 30 g 12 L v i~
HALTWS 7, EpiSkin™ & OFBINEIL, 60 DHERMEIZ LV FAH TS Y, EpiDerm™ SCT O
FELMET, 24 OBBEMEICL VAL TS ), 512, EpiSkin™ & EpiDerm™ SCT O Tl 14
23 80 WEBRE TR BT T 19 LabCyte EPI-MODEL24 SCT (28Tl 79 #BE T~
LTV D W, Bl S A7 BRI E D 2% < IZRRMNAGE AR & o 2 — (EURL ECVAM :
European Union Reference Laboratory for alternatives to animal testing) 3= D ¢ & & 2 MEaRER N U 77—
va R TCHERESNTEWE TH S,

4. RBREO TR (FBM)

LabCyte EPI-MODEL24 SCT {28\ Tld, TG431 OPEREEHEZ E D BTz 30 OWBRYE % v
72 3 gk TO 3 BIDOFBRIZIBN T, 3 it & b B LRd - T WEBERMIEME T2 < Fiik
FHMEIZ 90% LA | (GR 3) . 36 X OMERR [ FFEIME 83.3% (3% 4) & MEREIEMEICE O b AL FEHEN (i
N—ER : 80%., ftigkfHl—E=K : 70%) TH -7,

EpiSkin™|{Z B\ CTld, 60 W& % v 7= 3 fiiak TP 2-way @ ANOVA fi##fr 2 ., gk Nis L O
MR OEBIZOWTIE, 2o OMICHBERZZ RV EHBr S Y, 60 WE (27 BaEtEmE
BEO 33 IFEEMEDE) DO b, 42 WEIT 3 fisk & b Miak NI KOsk H BN BAFCTdh -
7o D ISMHE TIEWTNNDRERNE > T 228, EURL ECVAM [3AGER 1E O (FFEME &
FHMETEWE B L 2, Zofbiid. ECVAM A% 43 (ESAC: ECVAM Scientific
Advisory Committee) 3 & UK [E D fRFEIC B 3 £ 4 7T [ 1 #% < % (ICCVAM : Interagency
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Coordinating Committee on the Validation of Alternative Methods) 'Y T®
EpiDerm™ SCT (ZF8W\Ti, 24 W& % H\\ 7= 3

A BT B R S,
flig T 2 BEOERICHNT, 21 WHOBEE

MEZ 3 ERT X TTIELL FHITE - 9, EURL ECVAM [3AERERTE OEHEME: & FFEEI T E Y &)
WrL7-, ZOfEimid. ESAC OFHfi#% 9, ICCVAM 2B W T b s 19,

%% 3. LabCyte EPI-MODEL24 SCT D 5% PN - B #% R

labA LabB LabC

No| Run 1| Run 2| Run 3 | Concordance No|Run1l|Run2|Run3 No| Run 1| Run 2 | Run 3 | Concordance
1 NC NC NC 1 NC NC NC : | NC NC NC v 4
2 NC NC NC 2 NC NC NC 2 NC NC NC 4
3 NC NC NC 3 NC NC NC 3 NC NC NC

4| NC NC NC - NC NC NC - NC NC NC

S| NC NC NC S NC NC NC S NC NC NC

6| NC NC NC 3 NC NC NC 6| NC NC NC

7 NC NC NC 7 NC NC NC 7 | NC NC NC

8| NC NC NC 8 NC NC NC 8] NC NC NC

EX| | | s | 1e/c | 18/c | 18/C

10 NC NC NC 10| NC NC | 18/C

11 11| 18/C 1B/C

12 12 1B/C

13 13 1B/C

18/C | 18/C | 1B/C 14| 1B/C | 18/C | 1B/C 14| 18/C | 18/C | 1B/C
18/c | 18/c | 18/C 15

18/C

HES B EHEHEHEEE RS EE S

30| 18/C | 1B/C | 1B/C

NISISISISISISISISISISPISISISISISISIS P XIS IS IS IS ISIS IS IS IS

\'\\\\'\\\\\\\\\\\\\\\\\\\\\\\\g

SISISISISISPISISISISISISISISISISISPS PSS IS ISIS IS S
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90.00%

96.70%

90.00%




%% 4. LabCyte EPI-MODEL24 SCT O % Fj BBk 3

it 5% FET P B 83.3% (25/30)

No| GHScat.| LabA LabB Lab C |Concordance
1 NC NC NC NC v
2 NC NC NC NC v
3 NC NC NC NC v
4 NC NC NC NC v
5 NC NC NC NC v
6 NC NC NC NC v
7 NC NC NC NC v
8 NC NC NC NC v
9 NC 1B/C X
10 NC 1B/C NC NC X
11| 18B/C 18/C 18/C 1B/C v
12| 1B/C 1B/C X
13| 1B/C 1B/C 1B/C 1B/C v
14 18/C 1B/C 1B/C 1B/C v
15| 1B/C v
16| 18B/C v
17| 1B/cC v
18| 1B/C v
19 18/C X
20 v
v
v
v
X
v
v
v
v
v
v

21



5. RERIEDEHM: 71019

LabCyte EPI-MODEL24 SCT O 3 Jiigk (23T DX 50 D FRIMEZ K 512F & i, 3 Mgk D Tl
PEIZIZIERSE TH o722, 1-B BEIO1-C % 1-A LT 5HAIEE < EMRICAH©& 2 fEixE 5
27119 LabCyte EPI-MODEL24 requirement D 5HETH 5 55%% 43.3% & TlElo72, —H L7Agn o
TR (F 3 F7213FE 4 D No9, 12, 16~20) Tholz, HFEEMEMEE 1-A LT H4EREE S
F2FER 4 D N9 S, 5%0 EFtkER LRV | S 6.7% Th o7z,

72%. LabCyte EPI-MODEL24 SCT Z&TEFDOET /L E Dbilzt LT, MKy DO FilllEE 3 6
WCE LD, T9WEZ 2, 3EIFERLTEOLNIMELZRLBRY, WTFnoOE s KL L TEH
0. ETNAEOTRIMEICIZEE A EEIT ST,

IIHET VI MTT EWE~Ox e FiED TG4319 IS TV 5D, @EHTERVWWE
ELTIEHA, =70 —LOAEPREHINTND (N F— a3 VRE), ZnoET MY
HRIRAE (M - A% B L ORI O A EIC 0D L TEAARETHY . A, =7y —L%
BRIREMTHEMARE L SNLTWD, 2B, HEOHEOMERIRAWICBNTINLET L
DM AMEZ G ET 5 & 9 ZRHAMEARMAG DB, WAKEN ST & THD &
STV 5,

# 5.OECD TE£Ef Liz2t v Fo/bZEWE Z W= FRIEOFERER
(A#X4y : UN GHS X4y 1A, 1B/1C, FEERM)

LabCyte

LabA Lab B LabC All Labs EPI-MODEL24

requirements

Sensitivity

100% 1009 100% 100% 295.0%
(for predictions C vs. NC)
Correctly classified 1A 90.0% 80.0% 86.7% 85.6% 280.0%
1A underclassified 1B-and-1C 10.0% 20.0% 13.3% 14,4095 <20.0%
1A underclassified NC 0% 0% 0% 0% 0%
Correctly classified 1B-and-1C 40.0% 46.7% 43.3% 43.3% 2 55.0%
1B-and-1C overclassified 14 60.0% 53.39% 56.7% 56.7% <45.0%
1B-and-1C underclassified NC 0% 0% 0% 0% <5.0%
Specificity (C vs NC) 83.3% 90.0% 86.7% 86.7% 270.0%
NC overclassified 14 10.0%  10.0% 0% 6.7% < 5.0%
NC overclassified 1B-and-1C 6.7% 0% 13.3% 6.7% <30.0%
Accuracy (C vs. NC) 94.4% 96.7% 95.6% 95.6% 287.0%
Accuracy (1A vs. 1B-and-1Cvs.NC) 71.1% 72.2% 72.2% 71.9% 272.0%

Numbers in italic: rates that do not meet the required values.



% 6. OECD T3 L2ty FD 719 {bFEWE 2 V- TRl O ERE R
(#iX4y : UN GHS K43 1A, 1B/1C, FEBEAM)

EpiSkin™ EpiDerm™ LabCyte EPI- Criteria
SCT MODEL24 SCT requirements

Sensitivity (for predictions C 98.5% 100% 100% 295%
vs. NC)
Correctly classified 1A 83.3% 83.3% 86.1% = 80%
1A underclassified 1B-and-1C  16.7% 16.7% 13.9% <20%
1A underclassified NC 0% 0% 0% 0%
Correctly classified 1B-and-1C  76.3% 71.0% 70.0% 255%
1B-and-1C overclassified 1A 21.5% 29.0% 30.0% <45%
1B-and-1C underclassified NC  2.2% 0% 0% <5%
Specificity (C vs NC) 79.3% 73.9% 78.4% 270%
NC overclassified 1A 0% 2.7% 2.7% <5%
NC overclassified 1B-and-1C 20.7% 23.4% 18.9% <30%
Accuracy (C vs. NC) 89.6% 87.9% 89.9% >87%
Accuracy (1A vs. 1B-and-1C 78.8% 74.2% 76.4% 272%
vs. NC)

6. fLOBHERREE & DO LBOF I

OECD DJFEMHRBRREIET A K7 A & LT, TG431 OffiiZ TG430 TER (Transcutaneous
Electrical Resistance) Test Methods: #% 8 5 HTaER] 19 35 LY [TG435 In Vitro Membrane Barrier
Test Method for Skin Corrosion: in vitro I3V 7388k | ') 23 KGR STV 5, 2L HIEW T 41 H EURL
ECVAM (2 CNY 57— 3 VRGeS FEifi 41, ICCVAM (3 Z 1 6 OBk (Rat Skin TER, EpiSkin™,
EpiDerm™ SCT 35 J Of Corrositex®) D IERESE, LTS K ORFREIZ DWW THIER L T2 (£ 7) 1019,

IRHDHEICEW TR CWEZ W THE S TR 67, RERWE OBECERME O
FRRR > TWDHTed, FEROEMEE T 26 - THHMIZE FREET /L OB Z i aHli+ 5
ZEREWEETH LN, WThORBRIELFREFEOTHMEALAT L LB 5, LabCyte EPI-
MODEL24 SCT I EpiSkin™ilff (N2 EpiDerm™ SCT & S TEY ., b MEE=RcET /L &
LT+ TREEZAL TS EEZX LD,
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K 7. RBRIEOLBHR Y

TER EpiSkin™ EpiDerm™ LabCyte EPI- Corrositex
SCT MODEL24 SCT
WIE 122 79% 79% 79 163
EffefE 81% 89.6% 87.9% 89.9% 79%
S 94% 98.5% 100% 100% 85%
RRL L 71% 79.3% 73.9% 78.4% 72%

*:OECD EWG (2 & » CGEIRENT= 80 LA E ) BRI ATAR IO 1 L&Y % BRIt

7.3Rs JRRI & DEAGR (BBt > b D% 4 )
LabCyte EPI-MODEL24 SCT |0 R T 7 /L & [FERICEM 2 L TR o3, #i@ikims o
REEE L TRYTH D,

8. MBRIEDARMELRA (A b, B DDORLEMR L)

{EFWE DR FEE BV, & OB L FHIEBEICR KFE L7 DO TH Y | TRVEENE: (pH 2.0
) E72E 708 UM (pH 11.5 L E)WE L, s RWRFMER 28T 5 RN mn 2 Enn ., BE
BEEMELHBLTHORWI LICRSTWE Y, LLR s, ZHUTERMEIZ SV TOFR M
IZRWEAIITObND U —A M 7r—A L LTOHKTH Y . Hl 2 ITE-CHE ORI L Y pH 28
B0 S VBRI EY OGEIIAGIEOHW & 2 5 L Z X2 6N 0, 2ok, 2ok
D IMVEICHR L CEM 2 VD MEED 72\ TGA31 TREIERMEZFHET 5 2 1A TH 5,

BB ERMEE CARET LV EEAT LRI, ELKFITE D282 TOMRT H2NENRD
%o TG431 121%, HAEMEWEZ ELI pETELI0NEPRBRT 52 ik, FMEioH
BUCONWTHERT DM TED LEORENH D (£ 8),

LabCyte EPI-MODEL24 (%, HARENTHRIE SN TWD Z &2 s TR S L7 85 12 g
LTAERESTHY | BBGHHEA~O AR R TREIC 2 5 L B 2 Hbivd, BlZiX, EpiDerm™
2 2 [\, HOHETH S DT L LabCyte EPI-MODEL24 (X 1 [8]/#, ET VD AF A NI
EpiDerm™ D)5 T %,



* 8. BRERERWE

OECD Test Guideline No 431 Table 19 —38%

UN GHS VRM
% {BFWE | (invivo 3RER) | (invitro FRER) | WPERY
fessB 1) CASRN | g & CEB | ki
X5 X5
X4y 1A @ invivo BEMEDE
7 v e HER 79-08-3 H &R 1A 1A ESEEN
3 7 ufkdRnm N N
—KFI¥ 13319-75-0 |  MEHkmE 1A 1A 43S
7z /) —)b 108-95-2 |7 =/ —/VHH 1A 1A EGRZN
rsuuarvF . .
Lray R 79-36-7 REEAAl 1A 1A A
X453 1B/1C @ in vivo BEMWE
AN Y% o
e — K F) 563-96-2 AT Bk 1B/1C 1B/1C [ ¢4
AR 598-82-3 kR 1B/1C 1B/1C AR
TH ) —)LT I | 141-43-5 A 1B 1B/1C pATites
HEEE (14.4%) 7647-01-0 BTl 1B/1C 1B/1C AR
in vivo EERMEWE
BAL7 = xF v 103-63-9 KA NC NC AR
4-7 3 J-1,2,4- )
YTl 584-13-4 | ABEHELA NC NC [ {42
4- (AFNF
A) SERTIV | 3446897 | KRETHI NC NC Wtk
=
7o Uk 143-07-7 kR NC NC FSEEN

<Mgt>

CASRN : CAS &5
UN GHS : EEE S b 00 X OERICET 5 AT 27 A
VRM : U F—3 o g EaTs:

NC : @tk

25
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9. Z DAt
AiTlE] O B2 &G MR E ORI Y. BIEE TOMIZ, UN GHS MF/INEESIZH W T,
P EERIREOE BT D kim0 2, UN GHS OFH OSETUT® 5 8 fill (2019 4E%£47) 5T
WX, F32F EEEAEN RS 13.22.3  in vitro GREREN) fex vivo (VEIRSN) DT — 2 12 FE5<
M) WD TEH AET-ITBRE & 4172 (Annex 1 BHR),
UN SCEICBW ISR SNl A itk 5 Z E N T& iz, BRMee hEELE
TNLITIRNS DD ZI 6 DX Sy HIX Gy ~OHE R UENRFE S 47z,
I S N2 RITIE JaCVAM %1% U, EURLECVAM X° ICCVAM & Vo 7oAk
LI FERAFREORFERE RV ERT 5 L 2ABRKENEE 2 BND,

10. fEm

LabCyte EPI-MODEL24 % {S#EME & 2P & W 5 BRI WO TR L7 f5 3, fho v FREET
IV % T2 B RS T & PERER (EpiSkin™,  EpiDerm™ SCT) & [RIERIZ, #E5R¥'E D F2 Ji 8 A % 5T
FTHRERE L L THRTE 587 L Ch D L ffim Sz, UN GHS M4 & 5 8 L 7= 3z 30
T%. LabCyte EPI-MODEL24 SCT (%, EpiSkin™, EpiDerm™ SCT & [AIfRIZFE 8 AVE % 31l C
EHHBRIETH D,
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OECD GUIDELINE FOR TESTING OF CHEMICALS
In Vitro Skin Corrosion:
Reconstructed Human Epidermis (RhE) Test Method
INTRODUCTION
1. Skin corrosion refers to the production of irreversible damage to the skin

manifested as visible necrosis through the epidermis and into the dermis, following the
application of a test chemical [as defined by the United Nations (UN) Globally Harmonized
System of Classification and Labelling of Chemicals (GHS)] (1). This updated Test
Guideline 431 provides an in vitro procedure allowing the identification of non-corrosive
and corrosive substances and mixtures in accordance with UN GHS (1). It also allows a
partial sub-categorisation of corrosives.

2. The assessment of skin corrosion potential of chemicals has typically involved the
use of laboratory animals (OECD Test Guideline 404 (TG 404); originally adopted in 1981
and revised in 1992, 2002 and 2015) (2). In addition to the present TG 431, two other in
vitro test methods for testing corrosion potential of chemicals have been validated and
adopted as OECD Test Guidelines 430 (3) and 435 (4). Furthermore the in vitro OECD TG
439 (5) has been adopted for testing skin irritation potential. A document on Integrated
Approaches to Testing and Assessment (IATA) for Skin Corrosion and Irritation describes
several modules which group information sources and analysis tools, and provides
guidance on (i) how to integrate and use existing testing and non-testing data for the
assessment of skin irritation and skin corrosion potentials of chemicals and (ii) proposes an
approach when further testing is needed (6).

3. This Test Guideline addresses the human health endpoint skin corrosion. It makes
use of reconstructed human epidermis (RhE) (obtained from human derived non-
transformed epidermal keratinocytes) which closely mimics the histological,
morphological, biochemical and physiological properties of the upper parts of the human
skin, i.e. the epidermis. This Test Guideline was originally adopted in 2004 and updated in
2013, 2016 and 2019 to include additional test methods using the RhE models. The Test
Guideline was also updated in 2015 to introduce the possibility to use the methods to
support the sub-categorisation of corrosive chemicals, and to refer to the IATA guidance
document, and introduce the use of an alternative procedure to measure viability.
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4. Five validated test methods using commercially available RhE models are included
in this Test Guideline, as described below. Prevalidation studies (7), followed by a formal
validation study for assessing skin corrosion (8) (9) (10) have been conducted (11) (12) for
two of these commercially available test methods, EpiSkin™ Standard Model (SM), and
EpiDerm™ Skin Corrosivity Test (SCT) (EPI-200) (referred to in the following text as the
Validated Reference Methods — VRMs, EpiSkin™=VRMI1, EpiDerm™= VRM2). The
outcome of these studies led to the recommendation that the two VRMs mentioned above
could be used for regulatory purposes for distinguishing corrosive (C) from non-corrosive
(NC) substances, and that the EpiSkin™ could moreover be used to support sub-
categorisation of corrosive substances (13) (14) (15). Two other commercially available in
vitro skin corrosion RhE test methods have subsequently shown similar results to the
EpiDerm™ SCT according to PS-based Validation (16) (17) (18). These are the
SkinEthicTM RHEI and epiCS® (previously named EST-1000) that can also be used for
regulatory purposes for distinguishing corrosive from non-corrosive substances (19) (20).
Post validation studies performed by the RhE model producers in the years 2012 to 2014
with a refined protocol correcting interferences of unspecific MTT reduction by the test
chemicals improved the performance of both discrimination of C/NC as well as supporting
sub-categorization of corrosives (21) (22). Further statistical analyses of the post-validation
data generated with Epiderm™ SCT, SkinEthic™ RHE and epiCS® have been performed
to identify alternative predictions models that improved the predictive capacity for sub-
categorisation (23). Finally, the LabCyte EPI-MODEL24 is another commercially
available in vitro skin corrosion RhE test that was shown to be scientific similar to the
VRMs and can therefore be used for regulatory purposes to distinguish corrosive from non-
corrosive substances as well as support sub-categorization of corrosives (40) (41) (42)(43).

5. Before a proposed similar or modified in vitro RhE test method for skin corrosion
other than the VRMs can be used for regulatory purposes, its reliability, relevance
(accuracy), and limitations for its proposed use should be determined to ensure its similarity
to the VRMs, in accordance with the requirements of the Performance Standards (PS) (24)
set out in accordance with the principles of Guidance Document No.34 (25). The Mutual
Acceptance of Data will only be guaranteed after any proposed new or updated test method
following the PS have been reviewed and included in this Test Guideline. The test methods
included in this Test Guideline can be used to address countries’ requirements for test
results on in vitro test method for skin corrosion, while benefiting from the Mutual
Acceptance of Data.

DEFINITIONS
6. Definitions used are provided in Annex I.
INITIAL CONSIDERATIONS

7. This Test Guideline allows the identification of non-corrosive and corrosive
substances and mixtures in accordance with the UN GHS (1). This Test Guideline further
supports the sub-categorisation of corrosive substances and mixtures into optional Sub-
category 1A, in accordance with the UN GHS (1), as well as a combination of Sub-
categories 1B and 1C (21) (22) (23). A limitation of this Test Guideline is that it does not
allow discriminating between skin corrosive Sub-category 1B and Sub-category 1C in
accordance with the UN GHS (1) due to the limited set of well-known in vivo corrosive
Sub-category 1C chemicals. The five test methods under this test guideline are able to
discriminate sub-categories 1A versus 1B-and-1C versus NC.
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8. A wide range of chemicals representing mainly individual substances has been
tested in the validation studies supporting the test methods included in this Test Guideline.
The original database of the validation study conducted for identification of non-corrosives
versus corrosives amounted to 60 chemicals covering a wide range of chemical classes (8)
(9) (10). Testing to demonstrate sensitivity, specificity, accuracy and within-laboratory-
reproducibility of the assay for sub-categorisation was further performed by the test method
developers using 79 to 80 chemicals also covering a wide range of chemical classes, and
results were reviewed by the OECD (21) (22) (23). On the basis of the overall data
available, the Test Guideline is applicable to a wide range of chemical classes and physical
states including liquids, semi-solids, solids and waxes. The liquids may be aqueous or non-
aqueous; solids may be soluble or insoluble in water. Whenever possible, solids should be
ground to a fine powder before application; no other prior treatment of the sample is
required. In cases where evidence can be demonstrated on the non-applicability of test
methods included in the Test Guideline to a specific category of test chemicals, these test
methods should not be used for that specific category of test chemicals. In addition, this
Test Guideline is assumed to be applicable to mixtures as an extension of its applicability
to substances. However, due to the fact that mixtures cover a wide spectrum of categories
and composition, and that only limited information is currently available on the testing of
mixtures, in cases where evidence can be demonstrated on the non-applicability of the Test
Guideline to a specific category of mixtures (e.g. following a strategy as proposed in (26)),
the Test Guideline should not be used for that specific category of mixtures. When
considering testing of mixtures, difficult-to-test chemicals (e.g. unstable), or test chemicals
not clearly within the applicability domain described in this Guideline, upfront
consideration should be given to whether the results of such testing will yield results that
are meaningful scientifically. Such considerations are not needed, when there is a
regulatory requirement for testing of the mixture. Gases and aerosols have not been
assessed yet in validation studies (8) (9) (10). While it is conceivable that these can be
tested using RhE technology, the current Test Guideline does not allow testing of gases and
aerosols.

9. Test chemicals absorbing light in the same range as MTT formazan and test
chemicals able to directly reduce the vital dye MTT (to MTT formazan) may interfere with
the tissue viability measurements and need the use of adapted controls for corrections. The
type of adapted controls that may be required will vary depending on the type of
interference produced by the test chemical and the procedure used to measure MTT
formazan (see paragraphs 25-31).

10. While this Test Guideline does not provide adequate information on skin irritation,
it should be noted that OECD TG 439 specifically addresses the health effect skin irritation
in vitro and is based on the same RhE test system, though using another protocol (5). For a
full evaluation of local skin effects after a single dermal exposure, the Guidance Document
No. 203 on Integrated Approaches for Testing Assessment should be consulted (6). This
IATA approach includes the conduct of in vitro tests for skin corrosion (such as described
in this Test Guideline) and skin irritation before considering testing in living animals. It is
recognized that the use of human skin is subject to national and international ethical
considerations and conditions.

PRINCIPLE OF THE TEST

11. The test chemical is applied topically to a three-dimensional RhE model, comprised
of non-transformed, human-derived epidermal keratinocytes, which have been cultured to
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form a multi-layered, highly differentiated model of the human epidermis. It consists of
organized basal, spinous and granular layers, and a multi-layered stratum corneum
containing intercellular lamellar lipid layers representing main lipid classes analogous to
those found in vivo.

12. The RhE test method is based on the premise that corrosive chemicals are able to
penetrate the stratum corneum by diffusion or erosion, and are cytotoxic to the cells in the
underlying layers. Cell viability is measured by enzymatic conversion of the vital dye MTT
[3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium  bromide, = Thiazolyl = blue
tetrazolium bromide; CAS number 298-93-1], into a blue formazan salt that is
quantitatively measured after extraction from tissues (27). Corrosive chemicals are
identified by their ability to decrease cell viability below defined threshold levels (see
paragraphs 35 and 36). The RhE-based skin corrosion test methods have shown to be
predictive of in vivo skin corrosion effects assessed in rabbits according to the OECD
guideline 404 (2).

DEMONSTRATION OF PROFICIENCY

13. Prior to routine use of any of the five validated RhE test methods that adhere to this
Test Guideline, laboratories should demonstrate technical proficiency by correctly
classifying the twelve Proficiency Substances listed in Table 1. In case of the use of a
method for sub-classification, also the correct sub-categorisation should be demonstrated.
In situations where a listed substance is unavailable or where justifiable, another substance
for which adequate in vivo and in vitro reference data are available may be used (e.g. from
the list of reference chemicals (24)) provided that the same selection criteria as described
in Table 1 are applied.

Table 1. List of Proficiency Substances’

GUHNS Mean cell viability for
Cat. Based VRMs
Chemical — o°° on Physical
Substance CASRN " Based VRM1 VRM2 y
Class In Vitro State
on In 4
Vivo results
3 min {60 min.|3 min.| 60 min
results 3
Sub-category 1A In Vivo Corrosives
Bromoacetic 79-08-3 Organic acid 1A (3) 1A 3 2.8 32 2.8 S
acid
Boron 13319-75- Inorganic acid 1A G 1A 2.4 4.2 4.4 10.1 L
trifluoride 01
dihydrate
Dichl_oroacetyl 79-36-7 Electrophile 1A (3) 1A 5.6 6.3 1.3 1.4 L
chloride
Combination of sub-categories 1B-and-1C In Vivo Corrosives
Glyoxylic acid 563-96-2 Organic acid 1B-and-1C  (3) 1B-and-1C 1104 225 904 3.1 S
monohydrate
Lactic acid 598-82-3 Organic acid 1B-and-1C (3) IB-and-1C  80.2 9.4 90 3.5 L
Ethanolamine 141-43-5 Organic base 1B (3) IB-and-1C  66.2 40.3 69.7 9.3 Viscous
Hydrochloric 7647-01-0 Inorganic acid 1B-and-1C  (3) 1B-and-1C  69.3 5.7 80.8 9 L
acid
(14.4%)
©OECD 2019
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In Vivo Non Corrosives

Phenethyl 103-63-9 Electrophile NC B)NC 141 117.2 1125 712 N
bromide

4-Amino- 584-13-4 Organic base NC 3)NC 116.8  120.6 105.7 88.2 N
1,2,4-

triazole

4-(methylthio)-  3446-89-7 Electrophile NC 3)NC 136.7 150.4 854  81.6 N
benzaldehyde

Lauric acid 143-07-7 Organic acid NC (3) NC 102 117.4 90.7 64.4 N

Abbreviations: CASRN = Chemical Abstracts Service Registry Number; UN GHS = United Nations Globally
Harmonized System (1); VRM = Validated Reference Method, EpiSkin™=VRM1, EpiDerm™= VRM2;
NC = Not Corrosive

IThe proficiency substances, sorted first by corrosives versus non-corrosives, then by corrosive sub-category
and then by chemical class, were selected from the substances used in the ECVAM validation studies EpiSkin™
and EpiDerm™ (8) (9) (10) and from post-validation studies based on data provided by EpiSkin™ (22),
EpiDerm™, SkinEthic™ and epiCS® developers (23). Unless otherwise indicated, the substances were tested
at the purity level obtained when purchased from a commercial source (8) (10). The selection includes, to the
extent possible, substances that: (i) are representative of the range of corrosivity responses (e.g. non-corrosives;
weak to strong corrosives) that the VRMs are capable of measuring or predicting; (ii) are representative of the
chemical classes used in the validation studies; (iii) have chemical structures that are well-defined; (iv) induce
reproducible results in the VRM; (v) induce definitive results in the in vivo reference test method; (vi) are
commercially available; and (vii) are not associated with prohibitive disposal costs.

2Chemical class assigned by Barratt et al. (8).

3The corresponding UN Packing groups are I, IT and III, respectively, for the UN GHS 1A, 1B and 1C.

“The in vitro predictions reported in this table were obtained with all five test methods covered in TG 431; for
phenol though the LabCyte EPI-MODEL24 had slightly discordant results across runs, i.e. | A-1BC-1BC; other
methods achieved these classifications in validation or post-validation testing performed by the test method
developers.

The viability values obtained in the ECVAM Skin Corrosion Validation Studies were not corrected for direct
MTT reduction (killed controls were not performed in the validation studies). However, the post-validation data
generated by the test method developers that are presented in this table were acquired with adapted controls
(23).

14. As part of the proficiency exercise, it is recommended that the user verifies the
barrier properties of the tissues after receipt as specified by the RhE model manufacturer.
This is particularly important if tissues are shipped over long distance/time periods. Once
a test method has been successfully established and proficiency in its use has been
demonstrated, such verification will not be necessary on a routine basis. However, when
using a test method routinely, it is recommended to continue to assess the barrier properties
in regular intervals.

PROCEDURE

15. The following is a generic description of the components and procedures of the
RhE test methods for skin corrosion assessment covered by this Test Guideline. The RhE
models endorsed as scientifically valid for use within this Test Guideline, i.e. the EpiSkin™
(SM), EpiDerm™ (EPI-200), SkinEthic™ RHE, epiCS® and LabCyte EPI-MODEL24
(16) (17) (19) (28) (29) (30) (31) (32) (33) (40) (41), can be obtained from commercial
sources. Standard Operating Procedures (SOPs) for these five RhE models are available
(34) (35) (36) (37) (42), and their main test method components are summarised in Annex
2. It is recommended that the relevant SOP be consulted when implementing and using one
of these methods in the laboratory. Testing with the five RhE test methods covered by this
Test Guideline should comply with the following:
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RHE TEST METHOD COMPONENTS

General conditions

16. Non-transformed human keratinocytes should be used to reconstruct the
epithelium. Multiple layers of viable epithelial cells (basal layer, stratum spinosum, stratum
granulosum) should be present under a functional stratum corneum. The stratum corneum
should be multi-layered containing the essential lipid profile to produce a functional barrier
with robustness to resist rapid penetration of cytotoxic benchmark chemicals, e.g. sodium
dodecyl sulphate (SDS) or Triton X-100. The barrier function should be demonstrated and
may be assessed either by determination of the concentration at which a benchmark
chemical reduces the viability of the tissues by 50% (IC50) after a fixed exposure time, or
by determination of the exposure time required to reduce cell viability by 50% (ET50) upon
application of the benchmark chemical at a specified, fixed concentration (see paragraph
18). The containment properties of the RhE model should prevent the passage of material
around the stratum corneum to the viable tissue, which would lead to poor modelling of
skin exposure. The RhE model should be free of contamination by bacteria, viruses,
mycoplasma, or fungi.

Functional conditions

Viability

17. The assay used for quantifying tissue viability is the MTT-assay (27). The viable
cells of the RhE tissue construct reduce the vital dye MTT into a blue MTT formazan
precipitate, which is then extracted from the tissue using isopropanol (or a similar solvent).
The OD of the extraction solvent alone should be sufficiently small, i.e., OD < 0.1. The
extracted MTT formazan may be quantified using either a standard absorbance (OD)
measurement or an HPLC/UPLC-spectrophotometry procedure (38). The RhE model users
should ensure that each batch of the RhE model used meets defined criteria for the negative
control. An acceptability range (upper and lower limit) for the negative control OD values
should be established by the RhE model developer/supplier. Acceptability ranges for the
negative control OD values for the five validated RhE test methods included in this Test
Guideline are given in Table 2. An HPLC/UPLC-Spectrophotometry user should use the
negative control OD ranges provided in Table 2 as the acceptance criterion for the negative
control. It should be documented that the tissues treated with negative control are stable in
culture (provide similar OD measurements) for the duration of the exposure period.

Table 2. Acceptability ranges for negative control OD values to control batch quality

Lower acceptance limit Upper acceptance limit
EpiSkin™ (SM) >0.6 <15
EpiDerm™ SCT (EPI-200) >0.8 <28
SkinEthic™ RHE >0.8 <3.0
epiCS >0.8 <28
LabCyte EPI-MODEL24 SCT >0.7 <25
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Barrier function

18. The stratum corneum and its lipid composition should be sufficient to resist the
rapid penetration of certain cytotoxic benchmark chemicals (e.g. SDS or Triton X-100), as
estimated by IC50 or ET50 (Table 3). The barrier function of each batch of the RhE model
used should be demonstrated by the RhE model developer/vendor upon supply of the
tissues to the end user (see paragraph 21).

Morphology

19. Histological examination of the RhE model should be performed demonstrating
multi-layered human epidermis-like structure containing stratum basale, stratum spinosum,
stratum granulosum and stratum corneum and exhibits lipid profile similar to lipid profile
of human epidermis. Histological examination of each batch of the RhE model used
demonstrating appropriate morphology of the tissues should be provided by the RhE model
developer/vendor upon supply of the tissues to the end user (see paragraph 21).

Reproducibility

20. Test method users should demonstrate reproducibility of the test methods over time
with the positive and negative controls. Furthermore, the test method should only be used
if the RhE model developer/supplier provides data demonstrating reproducibility over time
with corrosive and non-corrosive chemicals from e.g. the list of Proficiency Substances
(Table 1). In case of the use of a test method for sub-categorisation, the reproducibility with
respect to sub-categorisation should also be demonstrated.

Quality control (QC)

21. The RhE model should only be used if the developer/supplier demonstrates that
each batch of the RhE model used meets defined production release criteria, among which
those for viability (paragraph 17), barrier function (paragraph 18) and morphology
(paragraph 19) are the most relevant. These data are provided to the test method users, so
that they are able to include this information in the test report. Only results produced with
QC accepted tissue batches can be accepted for reliable prediction of corrosive
classification. An acceptability range (upper and lower limit) for the IC50 or the ET50 is
established by the RhE model developer/supplier. The acceptability ranges for the five
validated test methods are given in Table 3.
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Table 3. QC batch release criterion

Lower acceptance limit Upper acceptance limit

EpiSkin™ (SM) ICso = 1.0 mg/mL ICso = 3.0 mg/mL
(18 hours treatment with SDS)(33)

EpiDerm™SCT (EPI-200) ETso = 4.0 hours ETso = 8.7 hours
(1% Triton X-100)(34)

SkinEthic™ RHE ETso = 4.0 hours ETso = 10.0 hours
(1% Triton X-100)(35)

epiCS (1% Triton X-100)(36) ETso = 2.0 hours ETso= 7.0 hours
LabCyte EPI-MODEL24 SCT ICso = 1.4 mg/mL ICso = 4.0 mg/mL

(18 hours treatment with SDS) (42)

Application of the Test Chemical and Control Substances

22. At least two tissue replicates should be used for each test chemical and controls for
each exposure time. For liquid as well as solid chemicals, sufficient amount of test chemical
should be applied to uniformly cover the epidermis surface while avoiding an infinite dose,
i.e. a minimum of 70 uL/cm2 or 30 mg/cm?2 should be used. Depending on the methods,
the epidermis surface should be moistened with deionized or distilled water before
application of solid chemicals, to improve contact between the test chemical and the
epidermis surface (34) (35) (36) (37) (42). Whenever possible, solids should be tested as a
fine powder. The application method should be appropriate for the test chemical (see e.g.
references (34-37). At the end of the exposure period, the test chemical should be carefully
washed from the epidermis with an aqueous buffer, or 0.9% NaCl. Depending on which of
the five validated RhE test methods is used, two or three exposure periods are used per test
chemical (for all five valid RhE models: 3 min and 1 hour; for EpiSkin™ an additional
exposure time of 4 hours). Depending on the RhE test method used and the exposure period
assessed, the incubation temperature during exposure may vary between room temperature
and 37°C.

23. Concurrent negative and positive controls (PC) should be used in each run to
demonstrate that viability (with negative controls), barrier function and resulting tissue
sensitivity (with the PC) of the tissues are within a defined historical acceptance range. The
suggested PC chemicals are glacial acetic acid or SN KOH depending upon the RhE model
used (see Annex 2 and relevant SOP for details). It should be noted that 8N KOH is a direct
MTT reducer that might require adapted controls as described in paragraphs 25 and 26. The
suggested negative controls are 0.9% (w/v) NaCl or water.

Cell Viability Measurements

24, The MTT assay, which is a quantitative assay, should be used to measure cell
viability under this Test Guideline (27). The tissue sample is placed in MTT solution of
appropriate concentration (0.3, 0.5 or 1 mg/mL, see Annex 2 and relevant SOP for details)
for 3 hours. The precipitated blue formazan product is then extracted from the tissue using
a solvent (e.g. isopropanol, acidic isopropanol), and the concentration of formazan is
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measured by determining the OD at 570 nm using a filter band pass of maximum =+ 30 nm,
or by an HPLC/UPLC spectrophotometry procedure (see paragraphs 30 and 31) (38).

25. Test chemicals may interfere with the MTT assay, either by direct reduction of the
MTT into blue formazan, and/or by colour interference if the test chemical absorbs,
naturally or due to treatment procedures, in the same OD range of formazan (570 + 30 nm,
mainly blue and purple chemicals). Additional controls should be used to detect and correct
for a potential interference from these test chemicals such as the non-specific MTT
reduction (NSMTT) control and the non-specific colour (NSC) control (see paragraphs 26
to 30). This is especially important when a specific test chemical is not completely removed
from the tissue by rinsing or when it penetrates the epidermis, and is therefore present in
the tissues when the MTT viability test is performed. Detailed description of how to correct
direct MTT reduction and interferences by colouring agents is available in the SOPs for the
test methods (34) (35) (36) (37) (42).

26. To identify direct MTT reducers, each test chemical should be added to freshly
prepared MTT medium (34) (35) (36) (37) (42). If the MTT mixture containing the test
chemical turns blue/purple, the test chemical is presumed to directly reduce the MTT, and
further functional check on non-viable epidermis should be performed, independently of
using the standard absorbance (OD) measurement or an HPLC/UPLC-spectrophotometry
procedure. This additional functional check employs killed tissues that possess only
residual metabolic activity but absorb the test chemical in similar amount as viable tissues.
Each MTT reducing chemical is applied on at least two killed tissue replicates per exposure
time, which undergo the whole skin corrosion test. The true tissue viability is then
calculated as the percent tissue viability obtained with living tissues exposed to the MTT
reducer minus the percent non-specific MTT reduction obtained with the killed tissues
exposed to the same MTT reducer, calculated relative to the negative control run
concurrently to the test being corrected (%NSMTT).

27. To identify potential interference by coloured test chemicals or test chemicals that
become coloured when in contact with water or isopropanol and decide on the need for
additional controls, spectral analysis of the test chemical in water (environment during
exposure) and/or isopropanol (extracting solution) should be performed. If the test chemical
in water and/or isopropanol absorbs light in the range of 570 + 30 nm, further colorant
controls should be performed or, alternatively, an HPLC/UPLC-spectrophotometry
procedure should be used in which case these controls are not required (see paragraphs 30
and 31). When performing the standard absorbance (OD) measurement, each interfering
coloured test chemical is applied on at least two viable tissue replicates per exposure time,
which undergo the entire skin corrosion test but are incubated with medium instead of MTT
solution during the MTT incubation step to generate a non-specific colour (NSCliving)
control. The NSCliving control needs to be performed concurrently per exposure time per
coloured test chemical (in each run) due to the inherent biological variability of living
tissues. The true tissue viability is then calculated as the percent tissue viability obtained
with living tissues exposed to the interfering test chemical and incubated with MTT
solution minus the percent non-specific colour obtained with living tissues exposed to the
interfering test chemical and incubated with medium without MTT, run concurrently to the
test being corrected (%NSCliving).

28. Test chemicals that are identified as producing both direct MTT reduction (see
paragraph 26) and colour interference (see paragraph 27) will also require a third set of
controls, apart from the NSMTT and NSCliving controls described in the previous
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paragraphs, when performing the standard absorbance (OD) measurement. This is usually
the case with darkly coloured test chemicals interfering with the MTT assay (e.g., blue,
purple, black) because their intrinsic colour impedes the assessment of their capacity to
directly reduce MTT as described in paragraph 26. These test chemicals may bind to both
living and killed tissues and therefore the NSMTT control may not only correct for potential
direct MTT reduction by the test chemical, but also for colour interference arising from the
binding of the test chemical to killed tissues. This could lead to a double correction for
colour interference since the NSCliving control already corrects for colour interference
arising from the binding of the test chemical to living tissues. To avoid a possible double
correction for colour interference, a third control for non-specific colour in killed tissues
(NSCkilled) needs to be performed. In this additional control, the test chemical is applied
on at least two killed tissue replicates per exposure time, which undergo the entire testing
procedure but are incubated with medium instead of MTT solution during the MTT
incubation step. A single NSCkilled control is sufficient per test chemical regardless of the
number of independent tests/runs performed, but should be performed concurrently to the
NSMTT control and, where possible, with the same tissue batch. The true tissue viability
is then calculated as the percent tissue viability obtained with living tissues exposed to the
test chemical minus %NSMTT minus %NSCliving plus the percent non-specific colour
obtained with killed tissues exposed to the interfering test chemical and incubated with
medium without MTT, calculated relative to the negative control run concurrently to the
test being corrected (%NSCkilled).

29. It is important to note that non-specific MTT reduction and non-specific colour
interferences may increase the readouts of the tissue extract above the linearity range of the
spectrophotometer. On this basis, each laboratory should determine the linearity range of
their spectrophotometer with MTT formazan (CAS # 57360-69-7) from a commercial
source before initiating the testing of test chemicals for regulatory purposes. In particular,
the standard absorbance (OD) measurement using a spectrophotometer is appropriate to
assess direct MTT-reducers and colour interfering test chemicals when the ODs of the
tissue extracts obtained with the test chemical without any correction for direct MTT
reduction and/or colour interference are within the linear range of the spectrophotometer
or when the uncorrected percent viability obtained with the test chemical already defined
it as a corrosive (see paragraphs 35 and 36). Nevertheless, results for test chemicals
producing %NSMTT and/or %NSCliving > 50% of the negative control should be taken
with caution.

30. For coloured test chemicals which are not compatible with the standard absorbance
(OD) measurement due to too strong interference with the MTT assay, the alternative
HPLC/UPLC-spectrophotometry procedure to measure MTT formazan may be employed
(see paragraph 31) (37). The HPLC/UPLC-spectrophotometry system allows for the
separation of the MTT formazan from the test chemical before its quantification (38). For
this reason, NSCliving or NSCkilled controls are never required when using HPLC/UPLC-
spectrophotometry, independently of the chemical being tested. NSMTT controls should
nevertheless be used if the test chemical is suspected to directly reduce MTT or has a colour
that impedes the assessment of the capacity to directly reduce MTT (as described in
paragraph 26). When using HPLC/UPLC-spectrophotometry to measure MTT formazan,
the percent tissue viability is calculated as percent MTT formazan peak area obtained with
living tissues exposed to the test chemical relative to the MTT formazan peak obtained with
the concurrent negative control. For test chemicals able to directly reduce MTT, true tissue
viability is calculated as the percent tissue viability obtained with living tissues exposed to
the test chemical minus %NSMTT. Finally, it should be noted that direct MTT-reducers
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that may also be colour interfering, which are retained in the tissues after treatment and
reduce MTT so strongly that they lead to ODs (using standard OD measurement) or peak
areas (using UPLC/HPLC-spectrophotometry) of the tested tissue extracts that fall outside
of the linearity range of the spectrophotometer cannot be assessed, although these are
expected to occur in only very rare situations.

31. HPLC/UPLC-spectrophotometry may be used also with all types of test chemicals
(coloured, non-coloured, MTT-reducers and non-MTT reducers) for measurement of MTT
formazan (38). Due to the diversity of HPLC/UPLC-spectrophotometry systems,
qualification of the HPLC/UPLC-spectrophotometry system should be demonstrated
before its use to quantify MTT formazan from tissue extracts by meeting the acceptance
criteria for a set of standard qualification parameters based on those described in the U.S.
Food and Drug Administration guidance for industry on bio-analytical method validation
(38) (39). These key parameters and their acceptance criteria are shown in Annex 4. Once
the acceptance criteria defined in Annex 4 have been met, the HPLC/UPLC-
spectrophotometry system is considered qualified and ready to measure MTT formazan
under the experimental conditions described in this Test Guideline.

Acceptance Criteria

32. For each test method using valid RhE models, tissues treated with the negative
control should exhibit OD reflecting the quality of the tissues as described in table 2 and
should not be below historically established boundaries. Tissues treated with the PC, i.e.
glacial acetic acid or 8N KOH, should reflect the ability of the tissues to respond to a
corrosive chemical under the conditions of the test method (see Annex 2 and relevant SOP
for details). The variability between tissue replicates of test chemical and/or control
substances should fall within the accepted limits for each valid RhE model requirements
(see Annex 2 and relevant SOP for details) (e.g. the difference of viability between the two
tissue replicates should not exceed 30%). If either the negative control or PC included in a
run fall out of the accepted ranges, the run is considered as not qualified and should be
repeated. If the variability of test chemicals falls outside of the defined range, its testing
should be repeated.

Interpretation of Results and Prediction Model

33. The OD values obtained for each test chemical should be used to calculate
percentage of viability relative to the negative control, which is set at 100%. In case
HPLC/UPLC-spectrophotometry is used, the percent tissue viability is calculated as
percent MTT formazan peak area obtained with living tissues exposed to the test chemical
relative to the MTT formazan peak obtained with the concurrent negative control. The cut-
off percentage cell viability values distinguishing corrosive from non-corrosive test
chemical (or discriminating between different corrosive sub-categories) are defined below
in paragraphs 35 and 36 for each of the test methods covered by this Test Guideline and
should be used for interpreting the results.

34. A single testing run composed of at least two tissue replicates should be sufficient
for a test chemical when the resulting classification is unequivocal. However, in cases of
borderline results, such as non-concordant replicate measurements, a second run may be
considered, as well as a third one in case of discordant results between the first two runs.

35. The prediction model for the EpiSkin™ skin corrosion test method (9) (34) (22),
associated with the UN GHS (1) classification system, is shown in Table 4:
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Table 4. EpiSkin™ prediction model

Viability measured after exposure time
points (t='3,' 60 and 240 minutes)

Prediction to consider

< 35% after 3 min exposure Corrosive:

Optional Sub-category 1A *

> 35% after 3 min exposure AND < 35% after Corrosive:
60 min exposure A combination of optional Sub-
OR categories 1B-and-1C

> 35% after 60 min exposure AND < 35% after 240
min exposure

> 35% after 240 min exposure Non-corrosive

*) According to the data generated in view of assessing the usefulness of the RhE test methods for
supporting sub-categorisation, it was shown that around 22 % of the Sub-category 1A results of the
EpiSkin™ test method may actually constitute Sub-category 1B or Sub-category 1C
substances/mixtures (i.e. over classifications) (see Annex 3).

36. The prediction models for the EpiDerm™ SCT (10) (23) (35), the SkinEthic™
RHE (17) (18) (23) (36), the epiCS® (16) (23) (37) and LabCyte EPI-MODEL24 (41) (42)
skin corrosion test methods, associated with the UN GHS (1) classification system, are
shown in Table 5:
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Table 5. EpiDerm™ SCT, SkinEthic™ RHE epiCS® and LabCyte EPI-MODEL24
SCT

Viability measured after exposure time L. .
. . Prediction to be considered
points (t=3 and 60 minutes)

STEP 1 for EpiDerm™ SCT, SkinEthic™ RHE, epiCS® and LabCyte EPI-MODEL24 SCT

< 50% after 3 min exposure Corrosive

> 50% after 3 min exposure AND Corrosive

< 15% after 60 min exposure

> 50% after 3 min exposure AND Non-corrosive
> 15% after 60 min exposure

STEP 2 for EpiDerm™ SCT - for substances/mixtures identified as Corrosive in step 1

< 25% after 3 min exposure Optional Sub-category 1A *
> 25% after 3 min exposure A combination of optional Sub-categories 1B-
and-1C

STEP 2 for SkinEthic™ RHE - for substances/mixtures identified as Corrosive in step 1

< 18% after 3 min exposure Optional Sub-category 1A *
> 18% after 3 min exposure A combination of optional Sub-categories 1B-
and-1C

STEP 2 for epiCS® - for substances/mixtures identified as Corrosive in step 1

< 15% after 3 min exposure Optional Sub-category 1A *

> 15% after 3 min exposure A combination of optional Sub-categories 1B-
and-1C

STEP 2 for LabCyte EPI-MODEL24 SCT - for substances/mixtures identified as Corrosive in step 1

< 15% after 3 min exposure Optional Sub-category 1A *

> 15% after 3 min exposure A combination of optional Sub-categories 1B-
and-1C

* According to the data generated in view of assessing the usefulness of the RhE test methods for
supporting sub-categorisation, it was shown that around 29%, 31%, 33% and 30% of the Sub-
category 1A results of the EpiDerm™ SCT, SkinEthic™ RHE epiCS® and LabCyte EPI-
MODEL24 SCT, respectively, may actually constitute Sub-category 1B or Sub-category 1C
substances/mixtures (i.e. over-classifications) (see Annex 3).

DATA AND REPORTING

Data

37. For each test, data from individual tissue replicates (e.g. OD values and calculated
percentage cell viability for each test chemical, including classification) should be reported
in tabular form, including data from repeat experiments as appropriate. In addition, means
and ranges of viability and CVs between tissue replicates for each test should be reported.
Observed interactions with MTT reagent by direct MTT reducers or coloured test chemicals
should be reported for each tested chemical.
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Test Report

38.

The test report should include the following information:

Test Chemical and Control Substances:

Mono-constituent substance: chemical identification, such as IUPAC or CAS
name, CAS number, SMILES or InChl code, structural formula, purity, chemical
identity of impurities as appropriate and practically feasible, etc;

Multi-constituent substance, UVCB and mixture: characterised as far as possible
by chemical identity (see above), quantitative occurrence and relevant
physicochemical properties of the constituents;

Physical appearance, water solubility, and any additional relevant physicochemical
properties;

Source, lot number if available;

Treatment of the test chemical/control substance prior to testing, if applicable (e.g.
warming, grinding);

Stability of the test chemical, limit date for use, or date for re-analysis if known;

Storage conditions.

RhE model and protocol used and rationale for it (if applicable)

Test Conditions:

RhE model used (including batch number);

Calibration information for measuring device (e.g. spectrophotometer), wavelength
and band

pass (if applicable) used for quantifying MTT formazan, and linearity range of
measuring device;

Description of the method used to quantify MTT formazan;

Description of the qualification of the HPLC/UPLC-spectrophotometry system, if
applicable;

Complete supporting information for the specific RhE model used including its
performance. This should include, but is not limited to:

o 1) Viability;

o ii) Barrier function;

o iii) Morphology;

o 1v) Quality controls (QC) of the model;

Reference to historical data of the model. This should include, but is not limited to
acceptability of the QC data with reference to historical batch data;

Demonstration of proficiency in performing the test method before routine use by
testing of the proficiency substances.
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Test Procedure:

e Details of the test procedure used (including washing procedures used after
exposure period);

e Doses of test chemical and control substances used;
e Duration of exposure period(s) and temperature(s) of exposure;

e Indication of controls used for direct MTT-reducers and/or colouring test
chemicals, if applicable;

e Number of tissue replicates used per test chemical and controls (PC, negative
control, and NSMTT, NSCliving and NSCkilled, if applicable), per exposure time;

e Description of decision criteria/prediction model applied based on the RhE model
used;

e Description of any modifications of the test procedure (including washing
procedures).

e Run and Test Acceptance Criteria:

e Positive and negative control mean values and acceptance ranges based on
historical data;

e Acceptable variability between tissue replicates for positive and negative controls;

e Acceptable variability between tissue replicates for test chemical.

Results:

e Tabulation of data for individual test chemicals and controls, for each exposure
period, each run and each replicate measurement including OD or MTT formazan
peak area, percent tissue viability, mean percent tissue viability, differences
between replicates, SDs and/or CVs if applicable;

e Ifapplicable, results of controls used for direct MTT-reducers and/or colouring test
chemicals including OD or MTT formazan peak area, %NSMTT, %NSCliving,
%NSCkilled, differences between tissue replicates, SDs and/or CVs (if applicable),
and final correct percent tissue viability;

o Results obtained with the test chemical(s) and control substances in relation to the
defined run and test acceptance criteria;

e Description of other effects observed;

e The derived classification with reference to the prediction model/decision criteria
used.

Discussion of the results:

Conclusions:
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ANNEX 1- DEFINITIONS

Accuracy: The closeness of agreement between test method results and accepted reference
values. It is a measure of test method performance and one aspect of relevance. The term
is often used interchangeably with “concordance” to mean the proportion of correct
outcomes of a test method (25).

Cell viability: Parameter measuring total activity of a cell population e.g. as ability of
cellular mitochondrial dehydrogenases to reduce the vital dye MTT (3-(4,5-
Dimethylthiazol-2-y1)-2,5- diphenyltetrazolium bromide, Thiazolyl blue), which
depending on the endpoint measured and the test design used, correlates with the total
number and/or vitality of living cells.

Chemical: means a substance or a mixture.

Concordance: This is a measure of test method performance for test methods that give a
categorical result, and is one aspect of relevance. The term is sometimes used
interchangeably with accuracy, and is defined as the proportion of all chemicals tested that
are correctly classified as positive or negative. Concordance is highly dependent on the
prevalence of positives in the types of test chemical being examined (25).

ET50: Can be estimated by determination of the exposure time required to reduce cell
viability by 50% upon application of the benchmark chemical at a specified, fixed
concentration, see also IC50.

GHS (Globally Harmonized System of Classification and Labelling of Chemicals): A
system proposing the classification of chemicals (substances and mixtures) according to
standardized types and levels of physical, health and environmental hazards, and
addressing corresponding communication elements, such as pictograms, signal words,
hazard statements, precautionary statements and safety data sheets, so that to convey
information on their adverse effects with a view to protect people (including employers,
workers, transporters, consumers and emergency responders) and the environment (1).

HPLC: High Performance Liquid Chromatography.
IATA: Integrated Approach on Testing and Assessment.

IC50: Can be estimated by determination of the concentration at which a benchmark
chemical reduces the viability of the tissues by 50% (IC50) after a fixed exposure time, see
also ET50.

ETS50. Infinite dose: Amount of test chemical applied to the epidermis exceeding the
amount required to completely and uniformly cover the epidermis surface.

Mixture: means a mixture or solution composed of two or more substances in which they
do not react.

Mono-constituent substance: A substance, defined by its quantitative composition, in
which one main constituent is present to at least 80% (w/w).

MTT: 3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide; Thiazolyl blue
tetrazolium bromide.

Multi-constituent substance: A substance, defined by its quantitative composition, in
which more than one main constituent is present in a concentration > 10% (w/w) and <
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80% (w/w). A multi-constituent substance is the result of a manufacturing process. The
difference between mixture and multi-constituent substance is that a mixture is obtained
by blending of two or more substances without chemical reaction. A multi-constituent
substance is the result of a chemical reaction.

NC: Non corrosive.

NSCKkilled control: Non-Specific Colour control in killed tissues.
NSCliving control : Non-Specific Colour control in living tissues.
NSMTT: Non-Specific MTT reduction.

OD: Optical Density

PC: Positive Control, a replicate containing all components of a test system and treated
with a substance known to induce a positive response. To ensure that variability in the
positive control response across time can be assessed, the magnitude of the positive
response should not be excessive.

Performance standards (PS): Standards, based on a validated test method, that provide a
basis for evaluating the comparability of a proposed test method that is mechanistically and
functionally similar. Included are; (i) essential test method components; (ii) a minimum list
of Reference Chemicals selected from among the chemicals used to demonstrate the
acceptable performance of the validated test method; and (iii) the similar levels of
reliability and accuracy, based on what was obtained for the validated test method, that the
proposed test method should demonstrate when evaluated using the minimum list of
Reference Chemicals (25).

Relevance: Description of relationship of the test method to the effect of interest and
whether it is meaningful and useful for a particular purpose. It is the extent to which the
test method correctly measures or predicts the biological effect of interest. Relevance
incorporates consideration of the accuracy (concordance) of a test method (25).

Reliability: Measures of the extent that a test method can be performed reproducibly within
and between laboratories over time, when performed using the same protocol. It is assessed
by calculating intra- and inter-laboratory reproducibility (25).

Run: A run consists of one or more test chemicals tested concurrently with a negative
control and with a PC.

Sensitivity: The proportion of all positive/active chemicals that are correctly classified by
the test method. It is a measure of accuracy for a test method that produces categorical
results, and is an important consideration in assessing the relevance of a test method (25).

Skin corrosion in vive: The production of irreversible damage of the skin; namely, visible
necrosis through the epidermis and into the dermis, following the application of a test
chemical for up to four hours. Corrosive reactions are typified by ulcers, bleeding, bloody
scabs, and, by the end of observation at 14 days, by discoloration due to blanching of the
skin, complete arcas of alopecia, and scars. Histopathology should be considered to
evaluate questionable lesions.

Specificity: The proportion of all negative/inactive chemicals that are correctly classified
by the test method. It is a measure of accuracy for a test method that produces categorical
results and is an important consideration in assessing the relevance of a test method (25).

Substance: means chemical elements and their compounds in the natural state or obtained
by any production process, including any additive necessary to preserve the stability of the
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product and any impurities deriving from the process used, but excluding any solvent which
may be separated without affecting the stability of the substance or changing its
composition.

Test chemical: means what is being tested.
UPLC: Ultra-High Performance Liquid Chromatography.

UVCB: substances of unknown or variable composition, complex reaction products or
biological materials.

©OECD 2019
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ANNEX 3 - PERFORMANCE OF TEST METHODS FOR SUB-
CATEGORISATION

The table below provides the performances of the five test methods calculated based on a
set of 79 or 80 chemicals tested by the five test developers. Calculations of four test
methods (EpiSkin™, EpiDerm™ SCT, SkinEthic™ RHE and epiCS®) were performed by
the OECD Secretariat, reviewed and agreed by an expert subgroup (21) (23). Calculation
of LabCyte EPI-MODEL24 SCT was performed by the test developer, reviewed and agreed
by the validation management group and a peer review panel (41) (43).

STATISTICS ON PREDICTIONS OBTAINED ON THE ENTIRE SET OF CHEMICALS
(n= 80 chemicals tested over 2 independent runs for epiCS® or 3 independent runs for
EpiDerm™ SCT, EpiSkin™ and SkinEthic™RHE i.e. respectively 159* or 240
classifications.
n=79** chemicals tested over 3 independent runs for LabCyte EPI-MODEL24 SCT, i.e.
237 classification.)

*one chemical was tested once in epiCS® because of no availability (23).

** one chemical was not tested in LabCyte EPI-MODEL24 SCT because of no availability.

EpiSkin EpiDerm SkinEthic epiCS LabCyte

EPI-

MODEIL24
Overclassifications:
1B-and-1C overclassified 1A 21.5% 29.0% 31.2% 32.8%  30.0%
NC overclassified 1B-and-1C 20.7% 23.4% 27.0% 28.4% 18.9%
NC overclassified 1A 0.0% 2.7% 0.0% 0.0% 2.7%
Overclassified as Corrosive 20.7% 26.1% 27.0% 284%  21.6%
Global overclassification rate (all  17.9% 23.3% 24.5% 25.8%  21.5%
categories)
Underclassifications:
1A underclassified 1B-and-1C 16.7% 16.7% 16.7% 12.5%  13.9%
1A underclassified NC 0.0% 0.0% 0.0% 0.0% 0.0%
1B-and-1C underclassified NC 2.2% 0.0% 7.5% 6.6% 0.0%
Global underclassification rate 3.3% 2.5% 5.4% 4.4% 2.1%
(all categories)
Correct Classifications:
1A correctly classified 83.3% 83.3% 83.3% 87.5%  86.1%
1B-and-/1C correctly classified 76.3% 71.0% 61.3% 60.7%  70.0%
NC correctly classified 79.3% 73.9% 73.0% 71.62% 78.4%
Overall Accuracy 78.8% 74.2% 70.0% 69.8%  76.4%
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ANNEX 4 - Key parameters and acceptance criteria for qualification of an
HPLC/UPLC-spectrophotometry system for measurement of MTT formazan
extracted from RhE tissues

Parameter Protocol Derived from FDA Guidance (36)(38) Acceptance Criteria
Selectivity Analysis of isopropanol, living blank (isopropanol Areainterference = 20%
extract from living RhE tissues without any of Areairoq!
treatment),
dead blank (isopropanol extract from killed RhE
tissues without any treatment)
Precision Quality Controls (i.e., MTT formazan at 1.6 g/mL, 16 CV =15% or =20%
g/mL and 160 g/mL ) in isopropanol (n=5) for the LLOQ
Accuracy Quality Controls in isopropanol (n=5) %Dev =15% or =
20% for LLOQ
Matrix Effect Quality Controls in living blank (n=5) 85% = %Matrix
Effect= 115%
Carryover Analysis of isopropanol after an ULOQ? standard Areainterference = 20%
of AreaLLoQ
Reproducibility 3 independent calibration curves (based on 6 Calibration
(intra-day) consecutive 1/3 dilutions of MTT formazan in Curves:%Dev = 15%
isopropanol starting at ULOQ, i.e., 200 g/mL); or = 20% for LLOQ
Quality Controls in isopropanol (n=5) Quality Controls:
Reproducibility Day 1: 1 calibration curve and Quality Controls in %Dev=15% and CV

(inter-day)

Short Term
Stability of MTT
Formazan in RhE
Tissue Extract
Long Term
Stability of MTT
Formazan in RhE
Tissue Extract, if
required

isopropanol (n=3)

Day 2: 1 calibration curve and Quality Controls in
isopropanol (n=3)

Day 3: 1 calibration curve and Quality Controls in
isopropanol (n=3)

Quality Controls in living blank (n='3)" analysed the
day of the preparation and after 24 hours of storage
at

room temperature

Quality Controls in living blank (n='3)' analysed
theday of the preparation and after several days of
storageat a specified temperature (e.g., 4°C, -20°C, -
80°C)

=15%

%Dev =15%

%Dev = 15%

Note:

'LLOQ: Lower Limit of Quantification, defined to cover 1-2% tissue viability, i.e., 0.8 pg/mL.
2ULOQ: Upper Limit of Quantification, defined to be at least two times higher than the highest expected MTT

formazan concentration in isopropanol extracts from negative controls i.e., 200 pg/mL.
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