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IR 1. AF7 VIREREMARBRIE (B9 2 3L
2018 LRI S 1172 OECD TG 492 (7R STV 2 IRFIIRIERERIE IS, & FREAMI
(primary human epidermal keratinocytes) H%® EpiOcular™ OCL-200 % [\ 7=
EpiOcular™ Eye Irritation Test (EIT) i D2, b M ARFELARE LA (human immortalized
corneal epithelial cells) Hi3k® SkinEthic™ HCE/S % V7= SkinEthic™ HCE EIT £ 39 & (Y
t MR EZHIR (primary human corneal epithelial cells: HCE) Hi3k® LabCyte CORNEA-
MODEL24 % [\ 7= LabCyte CORNEA-MODEL24 EIT £ 59703 % %,

RhCE 1ETlIgia'Ed # RhCE fMARICREE L7=1%. 7 F 7Y U U AfFE (tetrazolium dye:
TD) EMIEIC L > TEITSNTE LD AR~ o AFE (formazan dye: FD) ZHIET 5 Z &2
L VRO LN DM EFREFMEE &35,

EpiOcular™ EIT i} O* SkinEthic™ HCE EIT £V CHWS TD i 3-(4,5-
dimethylthiazol-2-y1)-2,5-diphenyltetrazolium bromide; thiazolyl blue tetrazolium bromide

(MTT; CAS %5 298-93-1) Th 5, LabCyte CORNEA-MODEL24 EIT {£(23BWCHWD TD
IZ 2-(2-methoxy-4-nitrophenyl)-3-(4-nitrophenyl)-5-(2,4-disulfophenyl)-2H-tetrazolium,
monosodium salt (WST-8; CAS %5 193149-74-5) T 5, EpiOcular™ EIT 7% &
SkinEthic™ HCE EIT {E0%46 . MTT &S TAEL S MTT Av~¥ > (MTT FD) %1V
TN )= (AXFEREOEELD) Thilth L. ot (Optical Density: OD) HIiEE (85 ATHIK
JCEERETR) XT@mEiEik s v~ N5 7 4 — Bk s v~ ~ 777 ¢+ — (High
Performance Liquid Chromatography: HPLC/Ultra-high Performance Liquid Chromatography:
UPLC) (HPLC/UPLC %) 12XV E&ET %, LabCyte CORNEA-MODEL24 EIT {ED 54,
WST-8 Wit SV TELU D WST-8 /v~ H > (WST-8 FD) % 4841 vl R S FE I 8 14 XX
HPLC/UPLC LI LV E&ET 5,

5 F LV IRRIMERIRIT SV T, R 2 BB 5.,

f#ii® 1—1. EpiOcular™ Eye Irritation Test (EIT) £
f#i# 1—2. SkinEthic™ HCE EIT i
fi#ii® 1—3. LabCyte CORNEA-MODEL24 EIT %
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#E1—1. EpiOcular™ Eye Irritation Test (EIT) ¥k
1. FUBRFIE
1-1. BRI R O FEA B 0D 36

AEBRICHE T 2 E HT2 0 2R VW5, T2, ARBIEOEMITEICHET 2BER] (ORT &
0. EEBWE & LR, B BB A AR GIRE U EOREICHE Lz b0, "AERH D
D2, 3TCLLFTENY hTHA D bOIFEMEE LT, ZRLUSMNIERE L TRBREZITH, HEIC
T FOIROIZIREEIZA DT, BILELE LT 20 L » Mg?/Ca2t & U v Fefeli /A F A
ik Zz T RhCE M & A2 b5, £ Ok, EERERSM (R 37+2°C, “RMLRFAR
BE511%, FHAHREE 95%LL ) C 30 ZrHiREET 2.,

R E D4 . RhCE M EmICHEITILNHEE LT, 50 L 2@ L, SRR LI
T 30 srfiligER 35, MREEH. IR T Mg?/Ca* 5 U VIR AR BRI K A2 O CHHoic e L
WERE 2 b3 5, Fric/eiEia Hu 12 5B OBRER% DOiR{E (post-exposure immersion) %
TS D, S DITHTTZ7ebi 2 - OEEHERS R S5 C 120 4[], IRFEHZ OB (post-exposure
incubation) %179,

EAHEER Y E D%r6 . RhCE MfkOEK I A E 5 OIZ+4r7e&E s LT, 50mg ¥ —IZ#H L, 1%
PR LT 6 RHIREE T 5, 7ed. FRERGAIILT. AN L TR &35, IRERE.
AT Mg¥/Ca* NG ) VKR E A BRI K 2 W CHolo e LW E 25745, B2k
% N 25 SrE OBREE: DIRIE  (post-exposure immersion) % Ehid 5, & HIZH /25 %
FHVVEAERS 2 554 C 18 IRff], BREE 1% DE5# (post-exposure incubation) #4179,

(R P oot B M OVt sef B b aBR 21TV 1197 %5 RhCE Ak Ol 7R (Mt Rz X
%) LREE (BMEXRICE D) BRINETOT —FIZESWTHE LICRBREOCIFEENTH 2 2 &
EHERT D, 72, FEVERHIRGER IR 2 AR U 7o AR O AR iR A F R = v (%
I EER ) ZEIET L7200 NR—2F5 4 2 (100%HAEFER) L LTHWS,

Bt VB IIHERR A F L Ch U | IRIK KR OEEROERDE O FITHWD Z &N T&E D, £
7o, BEMERT B ITEMAK TH D IRIE LR OCEROHEERME OW HITHND Z LN TE D,

NUTFv— 7 WEIL, FrEDLTFWELE L <TG 7 T 28T 2 RO E ORI,

AT AN E OFIFANIZ & 2 IRFIEEE 2t i 5 ECTHEH T 5,

1-2. MIfRAATSR

ez Br L2, 0.3mL @ 1 mg/mL MTT &K % I 2 AEAERS# 50F T C 18015 R MUG &
HD, WEDA Y 70N — )V UIRFEORE A ., &6 MTT FD 24itH4 5, RIFHCRERT
% Rt e OB PERT AR © AR ICALER 9~ 5, RIROBERE () O34 1%, RhCE Mk ik
OVES T G B2, EROWERYE K NRIEOSRWE (Ff) OBAIE, Mok
% ATHEMED & 2 PR E R T 5 2 & & R/NRIZT 5728, RhCE MO K D A0 B4l 3
Do TRB. MRIREERE 2 R BR U IR TR S IS T & R WIB AR O B 0 s D3
%o EEA AT EEHIEIEIC K A9 570nm  (£30nm) (23517 % MTT FD il o W ¢
(ODs70nm) . X1Z HPLC/UPLC i (v — 7 ififf) I2&2 MTT FD iREE A & &12, [t uTxt
T DM AR E RN T D,
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2. HE

o YoM ATTERymnaN T v B 7LV HREWEE . FOWRYE X & HET 5, 2
DIFE . MORERIEIC L 2 F 2RO FEEIIRETH 5,

o YMIAETFERymmu T v N T T TH 56, TOWBRWE OIRREMEEZ¥HET 5 Z &%
Hisk a0,

# 1. %M AT Rl L DHE

PR E DR s P HIEAR ]

AR K OV A >60% <60%

3. AERE FoEE S

3-1. Rl I 5 HEESHE

R & Eh 2B TlX. RhCE =B AEMRYE (g 2) %21 H UK E O
Rz sz &,

3-2. RERANLSAEICHOWNT
LD 35t &= LT=a . RBROMER 2 HEICHW S,

(1) F2PER RO OD A K 2-1. [P RIS B D BIRpN IR IR 279 2 &,
# 2-1. RRtExTIRIC B9 5 ARSI

PERMVE OARRE  [FRMEXR R E] TFRAE (OD i) FRfE (OD fi)
WK ONE R [EEMIAK] >0.8 <25

(2) BBt R D %M A7 R A K 2-2. [P U B+ 2 BRANE SR E] 207- 92 &
* 2-2. BBEXRRICBE ¥ 5 RBRRR LS

PERMVE OARRE  [BotEx FAHE] YoM Nu A F R
AR ONE R [EERE A T 1] <50%

(3) WM E . FEtExi B ., K OB BRE O Z 2>\ T, MR DO ZEN 20% A
WCTHdHI L&,

(D) UEZQR)DEMEZ T2 S 72 0EA . BRI AL E 220 | VIR UERT 208N H 5,
BN OWT, Fatset FBROUE B FR O FRBRFE N T OS2 - S WA, Y%l RN &



Y IR UERT DLERDH D,
@UZON T, PR E OB RS € DR 2T STV E . BRI EIZ BT 2 BRI KL &
70 EBRWEORRRE FHTOLERH D,

4. MIAEFROWEZ THT 2HEITONT

BRI B RS, WREEALEE 2 R T BRI B S FD OWIE R & REROWINE R 263 256 (F
725 MTT @ 570nm 13, AEOEEME) . T TD Z# FD ICHBLETLT 21EHN 26T 255
& MIREFROWEZ FHT 2 WRENSH L5, ZNOOMEOFEAMHIE L, A7 2581385
WEDEDOHMNEAFRZ KD D T2DITHIEN LI L 72 573, JRLZ &L OMESTEZLTO LBV IR
EE

(DA EOWHRYE

RO AT EVE A2 OV D5 BIZBL T OMIEETT 9, TD #IROR 0 ICE A2 U3 2 %t
FEE NSC A ufAk (non-specific colour in living tissues) Z &%}, —HEORER % Ehid 5,
NSC s FGEER O PEMED & %NSC rgmman 2 KD, IRFUT K 0 FHIERR YoM A A7 e 22 5K
W5,

W IEZ %I AT R e = RS E%HIAETFERewnr —  %NSC ammus

72%., HPLC/UPLC i£&2 W 5356, MiiEd 2 MBI,

QETTIEHAE BT 2 95mE

RN AR G RE I E % T HPLC/UPLC O W E WA A B UL FOMIEZ1T 9, RhCE
FALAE 2 IGIR CALFR U A AE S B 724k, % RhCE #fk % K thic THIRNSE S8 7- k2 v, 2
N FER W) TD Xt AL L LT NSMTT (non-specific MTT) Z&%iF. —HORERZ L4 5,
NSMTT % SR DR ENEH 5 %NSMTT %K, kAU L 0 #lE%R %A AT Ry RO D,

TE %I AT Ryps = A ERHIRATE R —  %NSMTT

BV R ITTIEM 2 AT 2 #RiE

RO ARG FE R E R 2 O DA IZLL T OMIE 1T 9, A EAOEBRYE & L TWNSC 1umpmns(l
Lo, FEETTENEZAETHIHRWE L L TWNSMTT IC L AHEAITH, 22T, #RWEIC LD
EHE TS LD HRENEZ NSMTT OATHIET 2 Z L IXTE 7, FEAIMRRIC I T 2 iR E o
W - RFICE2ARTHOERT OILERD D, ZOWE . NSC rummmsxt R E DA M BRI Z X
DB E ORI « REFICHE D AE T EZBICHEL TV D 0T, BFETHICKH LT EMIE & 722
V9%, TDORD, FEHMMEICB T2 AETHTHD NSC rapasz M2 5 Z LICX Y “EMIEL
BEIET 5,
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A 1E 1% Yorf Bl A2 A7 3 e = A IE Yo IE 25 17 2 e — ONSMTT — %NSC gmpmsnse + YONSC s

B, BB TENE2H T AR EIZ- SV T HPLC/UPLC iE4 W2 B8 /e &2
BT DB ORIETEICHE D,

5. 53R

1) EC EURL ECVAM. (2014). The EURL ECVAM - Cosmetics Europe prospective validation
study of Reconstructed human Cornea-like Epithelium (RhCE)-based test methods for
identifying chemicals not requiring classification and labelling for serious eye damage/eye
irritation: Validation Study Report. EUR 28125 EN; do1:10.2787/41680. Available at:
http://publications.jrc.ec.europa.eu/repository/handle/JRC100280.

2) Kolle, S.N., Moreno, M.C.R., Mayer, W., van Cott, A., van Ravenzwaay, B., Landsiedel, R.
(2015). The EpiOcular™ Eye Irritation Test is the Method of Choice for In Vitro Eye
Irritation Testing of Agrochemical Formulations: Correlation Analysis of EpiOcular™ Eye
Irritation Test and BCOP Test Data to UN GHS, US EPA and Brazil ANIVSA
Classifications. Altern. Lab. Anim. 43, 1-18.
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X 1-1. B MTT EXEWXIIERTHEHEZHE L THR D ODREAR : EpiOcular™ EIT VRM1 SOP iz &-3<
(EpiOcular™ EIT DKRFEFH S EERBRE 1 EEEZETIEE ; Validated Reference Methods 1 Standard Operating Procedure)
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F#1—2. SkinEthic™ HCE EIT
1. FUBRFIE
1-1. HEBRE K Ol B E i H

ABRICHET 2 EH -0 Db 2 ke W5, T2, KBREDOEM FIEIZET 2 - E A
ORI EBD . BRWE L L CE, B BB A R GIRELL EOREICHR Lz b o, JAE
DD V2, 3TCLULTTERy hTHRZDHOFEAKRE LT, ZRLAMIERE L CREEZTT S,

ARSI E D4, RhCE ffER IS EIZIAN HEE LT, 10 L @ Mg?/Ca2 £& U v
FetR i E PR AR & & B2 30 L OB E 20 H L, EERTRSM (RE 3712°C, ZRbiX
R 5+1%, AHRHZAE 95%LL 1) T 30 oy MEREEd 5, BREERL, =i T Mg2/Ca2 & U Vi
FRfl AR PR A K &2 W CH 0 Wi LRI E 2 R LT 5, iz Zesi g v 30 4 IO g EE 1%
121&E (post-exposure immersion) % EfEd 5,

B RHERE D6, RhCEMOR T AE > DIZ+07e&E LT, 30uL ® Mg2/Cazt K&
U CEERRE AR AR K & & B I 30mg DB E &) —IZEH U, AEVERRER SR T 4 FEfHIREE
Do 72¥, IR AT T, EHRNIHEL T & 95, ®ER, =R T Mg2/Ca2 A5
VERRE AR P AR K 2 D TS LRI E 2 R BT 5, Fric ZekiHia Fu 30 43 [# Ok eE
% DiR{E (post-exposure immersion) % EET 5, S OICH 2oz HVERER R0 C 18
FEfH, WRERTZ OR5# (post-exposure incubation) #4179,

(R IR L P oot B M OV et B b BBR 21TV 1137 %5 RhCE ik Ol f7=R (Mt Rz X
%) LR (BMEXRIC L D) BRINETOT —FIZESWTHIE LICRBROCIFHNTH 2 2 &
EHERT D, 7B, PEME GBI ISR E & LB U 7 AR O MR R 2 i AE R~ U b (%
I EER ) ZEIET L7200 NR—2F5 4 2 (100%HAEFER) L LTHWS,

Bt VI XHERR A T L CTh Y | IR KR OEROERE O FICHND Z &R T&E D, F
7o, BRI E L Mg2t/Ca2t A5 U U EEREmE BRI K Cd 0 IR & ONER O #ERE O it
WCHWA Z LR T&E D,

N TFv— 7 WEIL, FrEDLTFWELE L <TG 7 T 28T 2 RAO W E ORI,
ST AN E OFIFANIZ & 2 IRFIEEE 2t i 5 ECTHEH T 5,

1-2. MIfRAATSR

ez Br L2, 0.3mL @ 1 mg/mL MTT &K % I 2 AEAERS#50F T C 18015 R MUG &
HD, WEDA Y 70N — )V UIRFEORE A ., &6 MTT FD 24itH4 5, RIFHCRERT
2 e S OGP R & AR ICALER - 5, RIS E (M) O3541%, RhCE Mo L&k O
JEE I 5 ST 5, FEIROBEBRYE K NRIROBRWE () OBaE, MikTicEkE 5
FIREMED & D YWEBRME NRAT 5 2 & 2/ NMRICT 5729, RhCE MO EER O A0 b 35,
RE, RIS E & R LT CA S ISR CE WA IO O B DT 5, 4R
AT FE I E B & IR 570nm (£30nm) (23517 5 MTT FD ik oW e B

(ODs70nm) . X1Z HPLC/UPLC i (v — 7 ififf) I2&2 MTT FD iREE A & &12, [t uTxt
T DM AR E RN T D,
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%%%E@%%ﬁ@ﬁwx
B FE oD 7 Ai# 0D -4

2. HIE

° %%mﬂ@%ﬁ%*&&?ﬁ%ﬁiﬁﬁ b4 }\j—71ﬁi D %ﬁ%b\%/a\\ %O)%Ezgﬁq:@%féiﬁmuiﬁ'lﬂf&%IJE#%)O :
DA ORBRIEL L % 7 5 RO ER IR b 5,

o UM T v AT FTHB I, € OWBRIE ORI 2 HET 5 = & 3
ke,

# 1. %M AT Rl L DHE

BRI D IR RE A I HIEAA]
AR >60% < 60%
FSEEN >50% <50%

3. BRFEN O E S
3-1. B Em BT HIEEFE

R A EiT 23 B iE% T, RhCE (EOEREHERYE (Mg 2) %21EH UK DM
Rz sk,

3-2. RERANLSAEICHOWNT
PLF D 3% 7= LT=a . RBROMERZHEICHW S,

(1) Bt OD fEZ % 2-1. TIaMERTIRICBI I 2RSSR ] 2= 2 &,
# 2-1. R RRIC B9 5 RBRANL AR

BBRIE OIREE  [FEMExT R E] TFRfE (OD &) | LFRfE (OD fi)
WA K OVE A [Mg2+/Cazt Aa Y o Bk A= F At K] >1.0 <25

(2) Bttt R O%HNa EAFRA TR 2-2. PRI B 2 3B E] 2079 2 &,
3 2-2. BBt RICBE 3 2 BRBRp LA

WEBRE DARRE [t R E] Yol A= 17 R
TR [HERR A T 1] <30%
EAR [HEEE A T 1] <20%

(3) BERWE. BRI IRWE, kOB E O N Z B W T, Ml fF =R DFED 20% K
WcThHdI L,
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(D) UTZQR)DEMEZ T2 S 72 0EA . BRI L7220 | VIR UERT 2 0ERNH 5,
RN DT, eI S GPER IR ORBRAE RN Z DSR2 7 S 7 WA, YiZalBRIT RN &
20 MVIRLUEMTHILERD D,

RN DOUNT, HEBRE DOFBRAE RS Z DRI Z T ST WIGE . SR E BT 5 s II AL &
720, WERMEOBRRE ERTALERD D,

4. MIEFROUEZ THT 2 HEITONT

BRI B RS, WREEALEE 2 R T BRI B S FD OWIE R & FEROWINE R 263 256 (F
725 MTT : 570nm 13, AEOEBME) . T TD Z# FD ICHELETLT 21EHN 26T 255
& MIREFROWEZ FHT 2 WRENRH 5, ZNOOWEOFBEAMIE L, A7 2581385
WEDEDOHMNEAFRZ KD D T2DITHIEPN LI L 72 573, JRLZ &L OMIESTEZLTO LBV IR
EE

(DA EOHERYE

AN AT EE R ETE 2 - O D355 13U T OMIEZIT 9, TD IR ORI 0 I M2 37 5 %t
FE#E NSC ammus (non-specific colour in living tissues) & ikl). —#HORER 2 i35, NSC «
et FRERER O HIEME D> & %NSC mmmsz KO, RFUT K D FHIEL %M EF R s 2 5RO 5,

W IEZ %I AT R e = RS E%HIRAETFERewnr —  %NSC ammus

72%., HPLC/UPLC i£&4 W 2356, MiEd 2 MBI,

QETTIEHAE BT 2 95mE

AN AR G RE I E %5 % HPLC/UPLC O W E WA A B UL FOMIEZ1T 9, RhCE
FALAR 2 IGIR CALFR U AE S 724k, % RhCE #fk A K thic THIRNSE S B 7=k 2 v, 2
N FER W) TD xtHEEE L LT NSMTT (non-specific MTT) Z&%iF. —HORER%Z L4 5,
NSMTT % FEEER DR ENE A 5 %NSMTT %K, kAU L 0 #HER %M AT Ry RO D,

TEL% I AT Ryps = A ERHIRAETE R —  %NSMTT

@ F e OEITNEH 26T 28 mE

ORI EEREE 2 AV DG83 L TOMIEZIT 5, AEROBEBRME & L TUWNSC smpmmill
L0, FEBETERNEZETHWEBRMWE L L TCUWNSMTT IC L DMIEEZTTH, 22T, #mEIc k5
EHE TS LD FHRENEZ NSMTT OATHIET 2 Z L IXTEJ°, FEAIMRRIC I T 2 iR E o
W RFFICE D BFETWLEET OILERDH D, ZOWH ., NSC w2 E 23 A IR I X
BRI E DRI - FRFFICE D AR THEZBECHIEL T DO T, B FHIcx LT EfME & 7
0 9%, ZOH, ATMEICRBIT 20FETHTH D NSC pupunz M2 D Z LICK Y “EMIES
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BEIET %,

HiH 1E 1% Yorf Bl A2 A7 3 e = A IE Yo 25 17 2 e — ONSMTT —%NSC gmpmsnse + YONSC s

B, BB TENE2H T AR EIZ- SV T HPLC/UPLC iE4 W2 B8 /e &2
BT DB ORIETEICHE D,

5. 53R

1) Alépée, N., Leblanc, V., Adriaens, E., Grandidier, M.H., Leliévre, D, Meloni, M., Nardelli, L.,
Roper, C.S, Santirocco, E., Toner, F., Van Rompay, A., Vinall, J., Cotovio, J. (2016). Multi-
laboratory validation of SkinEthic HCE test method for testing serious eye damage/eye
irritation using liquid chemicals. Toxicol. In Vitro 31, 43-53.

2) Alépée, N., Adriaens, E., Grandidier, M.H., Meloni, M., Nardelli, L., Vinall, C.J., Toner, F.,
Roper, C.S, Van Rompay, A.R., Leblanc, V., Cotovio, J. (2016). Multi-laboratory evaluation of
SkinEthic HCE test method for testing serious eye damage/eye irritation using solid
chemicals and overall performance of the test method with regard to solid and liquid
chemicals testing. Toxicol. In Vitro 34, 55-70.
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X 1-2. B MTT Bk W XIIERTEHYE 2HE L THR S ZHOHREAR : SkinEthic™ HCE EIT VRM2 SOP (2£-3<
(SkinEthic™ HCE EIT DOMRFER AMEHERRBE 2 EYEEKFIEE ; Validated Reference Methods 2 Standard Operating Procedure)
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&1 —3. LabCyte CORNEA-MODEL24 EIT#:
1. ABRFIE
1-1. BYBRET K OSeHIR T 036

RBRICHET 2B H -0 V7 L b 3HkE VD, 12, RRBRIEOER HIEICET 5 E N
_m#&kb\%%%gkbfi\ﬁﬂ\ﬁﬂ%%ﬁmﬁ%ﬁuiwﬁﬁmﬁibk%m\%ﬁM
ﬁ%é””3TCHT?E&yFT&26%@mﬁ%kLT\%hﬁ%@ﬁ%kbfﬁ%%ﬁio

IR DR E . RhCE f#kRmICHSITIENHEE LT, 50pLz@AL, ERT1

SRR 5, *% IR T Mg2/Ca2t &V Btk BB Sk 2 UV Tl el LR

WMEZRET D, B b5z HVEERR R S0 C 24 IefH], IRFEHZ OBEE  (post-exposure
incubation) %179,

EHARDHERE D6, RhCE Mk DORImA4HE 5 DIC o370 E LT, 10mg 28 —IZ#/H L.
%ﬁ%ﬁ*#(@&3ﬁﬂc TP LR FIREE 51%, FEXHEEE 95%LL ) T 24 ReffIg#ET 5,
¥, FTREZRG TN BN L Tk & T 5, REEE. =R T Mg2t/Cazt "5 U V2
%@éﬁﬁﬁm%mm1+ (ZHE LR B A PR ET D,

[ IRF L et R R OB e BB 3B 21T\ 8975 RhCE fEAkOMfaEF3H (BRI IRIC X
%) CRE (BMEXRIZE D) NI E TOT—XITESWTHE LR #iENTH 5 Z &
BRI D, . Rk IRERBR I ERY B A AVER U - AR O FE A 2B E R = v b (%
R AT R ) ZEIET AT ODR—Z2F A4 (100%[fAEFER) & LTHNWS

Bt RV XIR A ORI S\ TR ¥ ) — v TH Y | [EIROWBRWEIZ >V TIET v Y
VIETH D, FRVERTRRE TR ORI E IZ SV T Caz/Mg2 A3 ) v BFEd/E B A K Ch
V. BEIROESHRWE IOV TITELR Th 5,

Ry F~—7WEIL, FrEDLFEWEE L 3G 7 7 BT D RO WE O IR M
SRS AN E O FEFA NI & 5 BRI E 2 FH X OICRE 32 ETHATH %,

1-2. MIfRAATSR

0.3mL DA WST-8 A1 2 I 2 AR VERIER 3 4F T C 240 /UGS S H 5, B WST-8 FD (XA
PETH LD, O TRIIANETH S, [FIRHIERERT 2 far: L OB R & AR I3 5,
SRON ARG VRIS K B 450nm (L7 7 L AR L LC 650nm) (23515 WST-8 FD @
WY (ODasonm— ODesonm) « X I1X HPLC/UPLC % (B'— 7 [fif#) 12X % WST-8FD iREA ¢ LT, 2
PEXHRRIC 9 DA R 2 HHT 5,

%%%E@%%ﬁ@ﬁwx
B Mt BRI EE O -1
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2. CHE

o %A AETF Rymma DB v A7 I D S RE WA, £ OB E XM & E S b,
ZOHAE. tMORBRIEIC LD ERZHBROEMIIARNETH D,

o YA TERymma T v N T T TH 56, TOWBRWE OIRREIMEEZHET 5 Z &%
HR 720,

# 1. %M ATF R pwmril & 6¥|J73'3_

BRI E DA TE ISR I EAT]

M%&Ulw >40% <40%

3.%%%%L@mi5
ui’tgﬁ%ﬁm j—éff‘;'%ﬁ
ﬂ@ﬁf: (R A I 2 R CTlx. RhCE B0 HAEMZREME (MiE 2) E2THH LKE DM
LizBwsnzZ &,

3-2. RERANLSAEICHOWNT
LD 3Gt iT- LT=E . REBROMER 2 HEICHW S,

(1) Bt OD fEZ % 2-1. TIaMERTIRICBI I~ 2RSSR &= 2 &
# 2-1. R MR B9 5 RBRAAL AR

PeERmE OIREE [t B E] THRfE (OD f&) EBRfE (OD fi)

ik [Mg?/Ca? & VU o kil /E B R g /K]

=05 =16
[E A [

(2) Bttt B O%AINa EAFRAFK 2-2. [IHPERI U B 2 BRI R IE] Z20f7- 92 &,
* 2-2. BEXRRICBE ¥ 5 RRBRR LS

BRI E DIRRE [ st IR YoM Nu A F R
WK [=% 7 —] <40%
BER [Z0U ) =40%

(3) WM., BRIERMWE. RUBMHRME DT ZhIcien T, MllaEFROEERZE)
1B%UTTHDZ &,

(D XIZQ)DEM T S 72 WA SBakalBRII AL &2 MV IRLFEMT D20 ERH 5,
@)U T . BRbERhIE SIS TR DARIRAS HA8 7 DLl 2T 72 S AV e, M AL B &
0, BOIRLERTLHILEND S,

@D T, W DRI TS T DA BT S VA, HIRIEC B 2 BRI L &
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70 EBRWEORRRE FHTOLERH D,

4:m@$f4®@m%$ﬁﬁéﬁA_owf
%Bz%‘ﬁ%%f ERDN, BRERALER 2 0% - W R 2 WST-8 FD WL £ & R DI R4 H 9 %
(#@b%%mmﬁk\ﬁ@®%%¢f) XIXTD % WST-8 FD ([CEH#&E 7w 21EHEH T
%f)fE'A Ml AEFREOWEZ FHT 2RSS, ZHOOMEOFELZER L, AT 505481
BERE OB OMIBAEFREZRD DT OITHIEN LT L 2508, RIS EOREFEEZLUTO LR
D IRT,

(DA EOBERYE

OIS EEEE 2 O DS ST FOMIEETT 9, TD RO 0 IZE 2 3shn4 2 %t
FE#E NSC ammus (non-specific colour in living tissues) & ikl). —EHORER 2 FEfiE 35, NSC «
s X FEGRER D HEED © %NSC s 7 KD, RUT L 0 I EE %ML AR e & KD 5,

W IEZ %I AT R e = RS E%HIAETFERewnr —  %NSC ammus

723, HPLC/UPLC iEZ H\W 53556, MiET D MBI,

QETTIEHAE BT 2 95mE

SEON TR S BE I E V5 ST HPLCIUPLC S0 W a4 H UL T OfE%4T 5. RhCE #i
ik A AR CALER LR SE S 7Rk A2 VY A FERERAY TD %P HR#EE & LT NSWST (non-specific
WST) Za%lf, —HEOREBR A i3 5, NSWST x}FEERER OHEE D H%NSWST Z3ked, kAU K
0 i EZ YA B ymnn & RO D,

TEL% I AT Ry = A E%HIRAETE R —  %NSWST

@ F N OEITNEH 26T 2 8RmE

SRANATHRMOCEEEE E MW 258 ITUL T OMIEETT 9. A EaOPERYE kLTW%C%m%H
L0, B TENEZET HWHRME L L TWNSWST IC X AMIEZTTH, 22T, HBRmEIC
EHE TS BT OFRENEZ NSWST RHHBMEOA THIET 5 Z LIXTE 9, FEMIHERRIC Té%%
WEORN - (RFICE D2 BRTHLEETIHLENDH D, ZOHA . NSC rmmma T BRIV E DAL M
KA & 2 BRI ORI « PRFFICHE S AR T EZBECHIEL T D DT, A FEICx LT E
WIEE72D 95, TOT-, FHIARIZB T2 RETE TH D NSC wgmunz MDD Z EI12L0 —
BHIEEZEET S,

FiH IEAZ Yot N A2 17 3R pmnir = A A IE YA e A2 A7 s — YONSWST —%NSC 4z + YONSC segmpmsmine
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BB, BB TENE2H T A BRYWEIZSV T HPLC/UPLC iE4 AW 2 581X /e %2
BT DR E ORIETEICHE D,

5.5 FH3CHR

1) OECD (2018) Peer Review Report on Validation status of the LabCyte CORNEA-MODEL24
EYE IRRITATION TEST, OECD Series on Testing and Assessment No0.282. ENV
Publications, Organisation for Economic Cooperation and Development, Paris. Available at:
http://www.oecd.org/officialdocuments/publicdisplaydocumentpdf/?cote=ENV/JM/MONO(2018)14
&doclanguage=en

2) JaCVAM (2017) Me-too validation report — Validation study for LabCyte CORENA-MODEL24
EYE IRRITATION TEST, Available at: http://www.jacvam.jp/effort/effort02.html
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B 1-3. B WST BT R W XITBRTHMEZHE L THR 5 O DOREA: LabCyte CORNEA-MODEL24 EIT SOP iz £&-3<
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& 2 RhCEBOBREMRWMEY R b

ATEEITRBRE TOMBAESFE (%) UN GHS
=g 1 .
BEA CASES REEE S8 Wi EpiOcular™ ? SkinEchic™ HCE® | LaoCyte COR';‘.FA_ X5 B &
MODEL24
In VivoX 431
FA Y a— Lk A F L 2365-48-2 HIVRX BT AT )V, FAT La—)L I3 10.9+6.4 5.5+7.4 1.7£1.2 HIEART | A(R) e
T UMBE Ra¥ v oI 818-61-1 T UM, T —L A 7.524.75° 1.6£1.0 7.5+4.75 WIEART | [
2,5-0 A FI-25-~FH L DA —L 110-03-2 T a— )L [ 2.310.2 0.240.1 2.812.6 WERE | M 1
P SRS 62-76-0 XY HNRF L ERE 29.0+1.2 5.34.1 3.7x15 WEARE | M [
In Vivo[R 432A"
D-Z VA VEEINNSE A@A-7 a7 = =V)-312-PA 3 /-2,411,13-7 k 18472-51-0 EERA~TOHA 7Y oI aF ACBY . 7 U — i 4.0£1.1 1.310.6 0.40.4 WERE | 1 (35)
FSTHFRIFHo T IV A FAas gy oL~ dy) g B AL EY Ve Rax ok y7v=vr
(20%. /Kiik) ©
REFHFT NI DA 532-32-1 TV = IR EDVER 3.542.6 0.6+0.1 2.9+2.6 WERE | [
In VivoX 4y28*
NN-TxF-m- b L7 IR 134-62-3 NUPFIR [ 15.646.3 2.8+0.9 32.419.3 WERE | M [
22-VAFNZAF ey aR2UNT S (il T =) 79-92-5 TNTI v MBI T Ay By anT s [ 4715 15.8+1.1 22426 FIERT | 1
U BRBBRIRIR B S s v m T A v
In VivoR 4344
TFNGEL- T FN-B-AFNA XYY T L 342573-75-5 | 7oaxy TUE=SUL ;T Y= AKX i 79.9+6.4 79.4+6.2 48.0¢8.9 X454k 1 1
—)Vv ; Rt
ATV V=T 629-82-3 Taky ; =T [ 97.8+4.3 95.2+3.0 92.745.0 X454k 1 1
ERo=L7 bRy R 51-03-6 TaAXxy RS UFF Y RV, T— i 104.2+4.2 96.5+3.5 95.6+14.0 X453 ok e e
T IV
RV xF Lo 7Y a— (PEG-40) Kifik < il 61788-85-0 Ty TAT—L T UL =T e 77.65.4 89.1+2.9 62.6+11.5 X434k [ [
1-(4-7 17 x=V)3-34-Y7 107 ==L RE 101-20-2 FEFEA~T ag a7 ALEY ; 7TV e oAk [E] 106.7+5.3 101.9+6.6 77.849.0 X454k 4 e
B4 R Z7apnsy R zaaan=1 R) oW RFEFHER
22-AF LV EA[6-(2H-R2 Y/ R Y TV —b-2-1 )L)-4-(1,1,33-T kT A 103597-45-1 | SHARLRBDT N v SRR SERITER ; Fio i ] 102.7+13.4 97.745.6 90.245.8 Y 3 3
FNTFNT =2 )= QS AF LUV ERARYY N T YLT T f~7aB{ba ; * /A FAlkKMEED -7 F
AFNTFNT x ) —)L) L
F I INAORTEES D T 14075-53-7 R 88.643.3 92.945.1 66.6+0.2 X454k [ [

fi%5% : CASZE % : Chemical Abstracts Service Registry Number(CASRN); UN GHS : United Nations Globally Harmonized System of Classification and Labelling of Chemicals

L OECD Toolbox 3.1 nested analysisiZ 33\ CTHEI Y 4T L2 BhES,

2 The EURL ECVAM/Cosmetics Europe Eye Irritation Validation Study (EIVS)IZ351) % EpiOcular™ EITIAICE L TH LR RIS <,

3 NY F = g VARSI B SKinEthic™ HCE EITHEICE L T b L Ric o<,

¥R F— g URFSRICEIT D LabCyte CORNEA-MODEL24 EIT IR L T b Bic i<,

“in vivo ™ I FARFNEMERER (OECD TG 405)7> 5 15 5 AL 7- 5 H % ONUN GHSIZ 35 <,

5 the CEFIC CONSsortiumi{Z X % in vitrofl[R filJs 4 5 BR #BEAF 2 (in vitro Eye Irritation testing strategy (CON4EI) 7> 545 b zfE iz ik3<,

8 2AF2B~DHHITE N B A XBIT HDUN GHSK A DFFIRIC L 2 b D TH D, 72 b, 7THH TRENIPLPILT2IL TH 22T & W 2ADK Sy & 725, in vivollFZE TIEIPEDEM SV b AL
7oo WEOBMW TOABHRELS, 2 TOEBICBE L TIX7TA BUENCA 2 7AR0ZEE Lz, 7A B F TIZFERIZEE L TR WILOBMIIARNRE A 271 (TAH) &7o7zbon39f BiZBW
ToE2IcEE Lz,

23



&3

T NV OIRRIBR O L

7 VRBRIEA EpiOcular™ EIT# SkinEthic™ HCE EIT# LabCyte CORNEA-MODEL24 EIT#:

Za kan AR [ S [i5] fA AR [

EFNERERE 0.6 cm? 0.6 cm? 0.5 cm? 0.5 cm? 0.3 cm? 0.3 cm?

A3 2 REAR S Dip L b2k i b b 2Rk i b b 2Rk Drp L b2k K3 ik 3fHAk

AR T O TiHERE 50 uL + 1 mL H2O, 6077, 50 mg + 1 mL H.0, 6043, 10 uL + 90 pL H20, 30247, =il 10 mg+ 90 uL Ho0, 30424y, =il | 50 uL + 0.5 mLAR K, 153, 10 mg + 0.5 mL 7Z&#E7K, 1547,
37+2°C, 5+1% COp, >95% RH ({iE | 3742°C, 5+1% CO,, >95% RH (£ | (=&iR, 18-28 °C) (21, 18-28 °C) 37+2°C, 5+1% CO2, >95% RH 37+2°C, 51% COz, >95% RH
FHSRYE), XIE50 pL + 2 mLA BHSRE), XIF50mg+2mLA | #BRMESA A THIGE. £E | HRPENFETHLGE, AE | HRWENFATHILE. £ | HBRDENFOETHIGE, kX
YT msR )=, 2-3H, ik V7asR )=, 2-30FH, =il TRk oD ) 72 ot B 2 5L B TRk O WY 7o 0t R & 3T B TRk O WY 7o 0t R & 3T B TRk oD ) 72 ot B A 5T B

(5 e (5 BRI ) (living adapted controls) (living adapted controls) (living adapted controls) (living adapted controls)
WEHRME DOD  (570+20 nm) 23 WeBRME DOD (570420 nm) 773
A Y TR — N XIFKOOD%E A Y F ) — N RXIFKDOOD%E
2 LRI 1% T> 0.08(RMExt o> | 22 LB 7=1%T> 0.08 (Rt i o>
EHJODIEDRIS% I 2), 4 | FHODEDORIS%ICHY+5), 4
IR O G 2R IR AR D X ARk OB Y 2k R AR T B
(living adapted controls) (living adapted controls)

BEETDRTOTHEKRET | 50 uL+ 1 mL MTT 1 mg/mLI&ER . 50 mg + 1 mL MTT 1 mg/mLiA# ., 30 uL + 300 uL MTT 1 mg/mLIE 30 mg + 300 uL MTT 1 mg/mL¥ 50 uL + 300 uL AFR L 7-WST-8%A 10 mg + 300 L AR L 7= WST-8%%
180+15 4y, 37+2°C. 5+1% COs. 180+15%y, 37+2°C, 5+1% CO». i, 180+ 1547, 37+2°C. 5+1% W, 180+ 154y, 37+2°C, 5x1% B 2404205y, 37£2°C, 5+1% I, 240205y, 37£2°C, 5+1%
>95% RH >95% RH CO2, >95% RH RIS HISRITE CO2, >95% RH IR HILEIZE CO2. >95% RH CO2, >95% RH
RIS TF RSB LA, B | WRSEFERICEL LIGA . B | (L L7-8a . K TR S 87y {LL7=%A . K THR S -5y WA I LT A, Bk RIS AL L= A, kG
TE &=l Y) e % R 2 5 % (50 FE SR 72 & 71T % (50 xIBAERT HG0 UL MTTIRR | 7B a2R T 260 0L MTTYAR | ZESH @R BT 5, FEE BT MY R R R E R D,
pL MTTARICIRER A A2k E | ub MTTEIRICBREBA 42 KE | (CBEA AL kM b 0% | ICRERA AL KkEMzi-b 0%

MMZ 7= b O Z i & 7)) Mz 72 ORI & T 2) Fathf i & 95 (B0l MTTIAR fatExt iR & 3530 L MTTIRIK
BRI A A KkEMZ b D% WCIRE LA A KEMZ T2 b D%
BErExiR L 9 5) FErEx E 4 5)
B 20 uL Ca*/Mg?* 1~ & DPBS, 30+2 20 pL Ca®*/Mg?* R & DPBS, 30+2 - - - -
4y, 37#2°C, 5+1% CO2, >95% 4y, 37+2°C, 5+1% CO2, >95%
RH. # RH., #E¢
A B R O A ik 50 pL (83.3 pL/cm?) 50 mg (83.3 mg/cm?) I SH7-8% | 10 uL Ca?* /Mg R&DPBS  +30+2 | 30 pL Ca?/Mg**7R&DPBS  +30+2 | 50 pL (167 uL/cm?) 10 mg (33 mg/cm?)
B2fA@ & UL T50mgt | ul (60 uL/em?), K&tk H 554 mg (60 mg/cm?)
1 RrU DL FABR Ay 2l

R e B ONRLEE 3045 (£ 243) kb, 37+2°C, 5+1% | 6 (+ 0.250% )k 3055 (+ 253 Bs i 37420C, 5+1% | AW (+ 0105 )kEHirh | 37+2°C, 155 (+ 5EY) e =R 24155 (+ 1RFRN)EE i | 37+20C,
CO2. 295% RH 37+2°C, 51% CO2. >95% RH CO2. >95% RH 5+1% CO2. >95% RH 5+1% CO2, >95% RH

EE TOLE 3[E, 100mL Ca*/Mg?* R DPBS 3[E], 100mL Ca*/Mg?* <% DPBS 20mL, CaZ/Mg**1~%DPBS 25mL, Ca?/Mg?* 4% DPBS Ca?*/Mg* R~ & DPBS, 10[H] 3% Ca®*/Mg% & DPBS, 10[E] X (%%

LA R Ll B

BREXRE 1243 (£ 243) =i, HsHhrp 2545 (+ 243) 28R, 3043 (% 243). 37°C. 5% CO2, 3045 (£ 24y) =i, B - -

95% RH. i

24




B3 (D5F) FET NV OIRRBEHERER D Lk

RBEOER EpiOcular™ EIT# SkinEthic™ HCE EIT# LabCyte CORNEA-MODEL24 EIT#:
IRERER Kot T12045 (£ 154y).  37+2°C, 55 Hrp C18ME (= 0.25MF[H]). ML 5 b -G 18] (£ 0.5 (). Bt rh T 24 (2 1RF[E]), 37+2°C, | MEL

5+1% COz, >95% RH 37+2°C, 5+1% CO2, >95% RH 3742°C, 5+1% CO», >95% RH 5+1% COz, >95% RH
Rt R 50 L H20  [AIRRFaRIR 50 uL H2O [RIFRERRR 30 + 2uL Ca**/Mg?* 1~ 4 DPBS [l 30 + 2uL Ca*/M@?* R & DPBS  [dl 50 uL Ca®*/Mg@* & DPBS  [RIIFRR | MELLEL C [k

ek ek B
BBtk of PR 50 uLFERS A F v, (AR ER 50 uLEEEE A F L, [RIRFRRER 302uLHERE A F L, [RIRERR R 30L2uLHERR A TV, [RIFERRER S0 uLT & ) —)b, [FIREERER 10mg7 vV U, [RIRERER
TD 300 puL 1 mg/mL MTT 300 uL 1 mg/mL MTT 300 uL 1 mg/mL MTT 300 pL 1 mg/mL MTT 300 uL ABRWST-87A K (1015 7R 300 uL FAFRWST-8IAE (1015 7R
CCK-8) CCK-8)

TD& DKIGEEE & BB | 18043 (+ 154)). 37+2°C. 5+1% 1804y (+ 15%y). 37+2°C, 5+1% 1804y (+ 15%). 37+2°C, 5+1% 18043 (+ 154y). 37+2°C, 5+1% 24045 (+ 154Y). 37+2°C, 5+1% 24045 (£ 15%y), 37+2°C, 5+1%
RE CO2. 295% RH CO.. 295% RH COz. >95% RH CO2. 295% RH CO2. 295% RH COz. 295% RH
R EREE 2mLA Y TR — LRk % % 2mLA Y T usR ) — (M E B 1L5mLA Y 7 aR ) — L (#fkEZE | 1L5mLa Y 7 a ) — L (#fkEE | B R

LA Y — RO EHBERTEH LA > — b FE Hl) LLA P — R~ D EEE TR LA P — DO TE D B

5 HfiH) 5 fihiH)
T EEE LR E 23], #EL 5 (<120 rpm), IR | 2-30%[H. HEE 5 (<120 rpm), E{R | 4RRR. HEE 9 (<120 rpm), X | D7 L b2, R L 5 (~120 N R

X 1¥4-10°C, A—/3—F A k X1¥4-10°C, A—s3—F A h 134-10°C, b7e< & bA—s3—F | rpm), =il

A4 h BES L

ODDRIE 570 nm (550 -590 nm), L 77 L' | 570 nm (550 -590 nm), L7 7 L > | 570 nm (540 - 600 nm), L7 7 L-> | 570nm (540-600nm), L 77 L | 450nm, L7 7 LA T 4 )L F — 450nm, L7 7 LU AT 4 VH—

AT 4 VE —F AT AT 4 VE —F AT AT 4 VE =R AT 4 VE —F AT {1 FF1 (650 nm) 1 1(650 nm)
KRR DL EEE 100 pL0.3% (v/v) Triton X-100T4L 100 uL0.3% (v/v) Triton X-100THL SDS (50 uL) T3045 4L SDS (50 uL) T3045 4L SDS(25 uL) TE043ALEL SDS(25 pL) T04y#LE

. 12.2 min < ETso < 37.5 min B 12.2 min < ETso < 37.5 min 1.0 mg/mL < ICs0 < 3.5 mg/mL 1.0 mg/mL < ICs0< 3.5 mg/mL 1.0 mg/mL < ICs0< 4.0 mg/mL 1.0 mg/mL < ICso < 4.0 mg/mL
PRBRARSL S 1. PathExt e CHLEE L2 Rk | L RS E COE L2 Rk | L RSB COE LMk | 1 BRI COEE LSRR | L PR CALEE L7k | 1. BRMERT R AU L 7ok o

EHJODIEAY> 0.8 T W < 2.5

2. DX BRI 300 R LT
KRR D IR AR AT 3 % Fa xR
WEICKT HEIATROEZ L O
<50%

3. HEKnl MR T ORI
DFDR20% AT

SEHJODEAY> 0.8 TH V< 2.5

2. eI IC305 M L7

HELRRR 0D Y- B e AE A7 48 2 Bt R
WK T HEIGTROIZ O
<50%

3. EEElOMFM CoOMIBAEFSR
DFEN20%LLT

SEHJODIEA> 1.0TH D <2.5

2. BEMEXRTIRE 305 M LT
HELRRR 0D Y- B e AE A7 48 2 B R
WK T HEIGTROIZ O
<30%

3. HEHEl D KA C O A7
DFEN20%LLT

FHJODEA> 1.0 TH V<25

2. BER R I C AR RIRRER L7
KRR D IR AR AT 3 % Fa xR
WEICKT BEIATROEZ L O
<20%

3. HEKnl ORI T ORISR
DFDR20% AT

FHJODIEA> 0.8 TH V< 1.6

2. [t R B U 7 ik o
SRR A AT & e BRI BT L
*THEETRDIZH DIF<40%
3. BB OMELM T OMBEFR
DIENENR 7E72318% LA T

EHJODIEAY> 0.8 TH V< 1.6

2. Btk A EDALER L T ARk D
TR BN A 175 A R e IR BT I
KT DEE TR S DIF<40%
3. HEEI O oM LR
DOFEHER A 18% LA T
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