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. IRGHBRMHORA, RhCEMSRTCHEIES5RE LT, 50, L 2L, MUERSRAN
T30 FRERET 5. BEHR. =R T Mg¥/Ca?* A5 /%ﬂ%ﬁlﬁﬂﬁiﬁm%ﬁﬁw’c AR Ry A
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iR T Mg¥/Ca?* g ) VEBBEABEREKREZ BV TH2IC ke LIERDE 2 BRET S, Hieies
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KA BRE L%, 0.3mL 0 1 mg/mL MTT %% M 2 EUEER LA T C 180+ 15 SRS &
T35, BREOA Y7 as8 ) — AV XEEEOEEEZ AV, H6 MTTFD 2T 5, RRCRB
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#53#1—2. SkinEthic™ HCE EIT#
1 RBRFIE
1-1. #BRYER USRS EOREA -

RBRICET SWHD 0072 L b 2R AV5, 12, ARBIEOERFECET2HEA]
AT esh, BpELE LT, B, R zRAESREU EOBRETHME L2 b0, R
RdB 02, 3TCUTTERy ML bORHEEE LT, ZRUSMNIERE LTRBEITF S,

BB EOSHE, RhCE RREICHETENDZEL LT, 10xL O Mg/Caz REV v
MEEABRIEAL L biz 30u L ORRWELER L, EERRAN GRE 37X2°C. “E{LR
FRE 5£1%, MRHEE 95%L4 L) T30 HHRET 5, BEH. FIRTMg2/Ca? TRV V&8
BEAEEEKRE ATt LERYE 2 RET 5, %‘ftttiiﬂﬂ”é:ﬁ v 30 I OBREER D
Bi& (post-exposure immersion) #*FEfET 5,

EEHRME 0SS, RhCEHEORTEE DY OIZ+45A2EL LT, 30uL o Mg2t/Ca &
Y UBFEAEAEAKE & bIZ 30mg OFBRMELH—IGERA L, EHERKSS ¢ 4 HFREBET

Do BB AIRERBATN T, ERARTICHTEL TR &35, RIB%, =BT Mg?/Ca2 FEY
VEEREABRREKERAWTHSICES LR E AR ET S, it f@iﬁﬂﬁ  Av 30 o OREE
% ORI (post-exposure immersion) #=ET 5, S HIZH = fiin iz F Iz‘tﬁ‘—’giﬁiﬁ%ﬁ:f 18
FFfHl, BREEL DOES3® (post-exposure incubation) #4173,

, ﬂﬁhl@’fﬁﬁﬁ?&tﬁ%ﬁﬂﬁ? HRBEIT., 35 RhCE %H%UD'#HBEET R (EMERITX

B) LREE (BHERRICLD) BInETCOTF—FCESWTHELERBRRISEATHIZ &
PRERRT A, B, B RFARIIEROE AR L Ao e E TR A~ b (%
MR Lamnr) RHEFTBEDOR~ZT AL (100%HAETFE) & LTHWS,

Bt R EIIEER A FATHY | BERVCEFEOHRMEOWHICANWS I LR TED, &
7o, Bt BYE I Me2/Ca2 g ) VERBEEAERREK Th DV IRELR TR EOHRME Qﬁji
CHWAZ LR TE S,

A Fw—TWHIZ, FEOEHEE L IERS T AR T 5 RNOCEYE OIRREME.
ST A B B E ORLEHPN I B B RAEE S E 2 RNICFmT A L TCHRATH S,

1-2. MRRATEE

i ERELEE, owmw1m¢ﬂmﬂTfﬁ%mKﬁﬁhﬁ%ﬁTfim+wﬁﬁﬁmé-
B, WEROA YT — L IFHEOESE S AV, %6 MTTFD 5, FECHRRY
Bt R OB HER BREE b FHEIC AT 5, EAHRWE (B@) OBA, RhCEREO EME T
EME SO 5, BROERMERCREORRNE () 0BT, METeEETs
WD & S HEBRIWESBAT 5 2 & #B/NBIT 57, RhCE MBROBEHOZH b1 5,
2R, WIEERYE 2 RR LS TR IS TE AVEAREROEROSZ M ilHT 5, %
SERTRBOEERI AR IRIC & 23R 570nm (£30nm) (2384) B MTT FD il Bt E

(ODsroan) . X4 HPLC/UPLC ¥ (€'—7 R0 1<k 5 MIT FD #EZ b & ic, IRHSHIBICH .
¥ BIMIAAETFRE BT B, |
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WRIE OREB DT 100

TR o = B BONEED T

2. HE : |

o GHBRUETFEumenH v MAZELY b RE VS, T OB IR L HET B, =
DFE . MORBRE LB ERIRROEMIFETCH S,

o« %HINET BumngBl v MATEUTF CHLBA, TOBBWEOMRASHIELHET S 2 L i
Hsfez 1,

#£ 1. %HIRETSeperic & HHE

- R E ORI ' S ' . HERT
ik ' - >60% < 60%
E{& >50% < 50%

3. HBAER LOBER

31 RRERICKIT3EEEE
i ic ARy £ 2RBMR Tid, RhCE BoOTRERAYE (Ml 2) S2EALBEOR

rzEHLZ L, : :

3-2. BBz oV T _
LT 3 &2z LiziEs., BROBREHEICAWS,

(1) BRAERTIRD OD AR 2-1. [RRAERPRICBIY SRBARILAN] W &,
F 2-1. BEHRICE T 5 RBR

R E ORE  [RiEsd RE] TRRME (ODf&) | LMRfE (OD &)
AR UEG [Mg2/Ca? F& Y G HARAEK] >1.0 ' <25

2) BB D% ATE R 2.0, TR RIC BT B BRI &lE] 20T o &,
%22, BHEHRICET 3 RBRIAN | - |
WRYEORE  [BiRRSE YeBBR A fE

CRE (B A ] <30%
B [EE A F ] o <20%

(3) HBWE, BiERYE. KOOSR O 2R BT BT, MIRAETFEOZEDN 20%K
WThoZ L,



(WX IQD R Z L SRVEE, YERBREIARILL 2D, BVELEHRT 2 HE 1S5,
GHZDNT, BRI TR ORBA RN 2 DR R SRS, YRR TR &
CRY, BB LUVERETISNERD B, _ . _
GHZPNT, WA EORRIERN L OEMEZME SRVBE, BRYEIZET 3RBRIITRT &
20, BROEOERRE RRT B LEND B,

4. fmﬂﬂifiwiﬁﬂi’ﬁ’%ﬁ:?ﬁﬁ%%ﬁk’)b\’c
HERWHE A4, RELEE BRI HERMES FD a)lﬂwi&ﬁ & Hﬁ@!ﬂﬂﬁzﬁﬁ%?ﬁ?éf»‘%A )
24> MTT : 570nm i, FEOHFRPE), T TD & FD CEEETT2EME2HE T8
A, RAEGFRORELZTYT 2RSS, hLOMEOHELXER L. FT 53881185
WMEOEDHRAFELROLEDICHESSNBELRLN, KRAT L OWEFEFUTOLERB YR

R '

(VEFEORBRYE _ ]

RO TRBEREEE AV ERRUTOMIESRTT 5. TD WEORD b ok & it 5 %t
R NSC ammmm (non-specific colour in living tissues) #&Ri}, —EORBREEN T 5, NSCx
st BREER O PEMA 5 UNSC raman® KD, TR XV HEBRUHRAEER gt KD 5,

WIER%ARAETFEepux = FHE%MBETFFewer — %NSC spmme
703, HPLC/UPLC B2 AWARE, #iET 3L4ETE N,

QBTEAE AT HHBRYWE

SRS ATRR BB B X HPLCfUPLC EOWTh ’i’ﬁﬁb\ LA B TOHIEEZIT >, RhCE
A% IR TR LBHEIE S -4, X% RhCE g% A s TR S - 8s % v, =
NEEFERA TD FBEF L LT NSMTT . (non-specific MTT) #8%iF. —EOHRBLZERT S, _
NSMTT % BEEABR OFIEE A 5 %NSMTT %5k, KT & 0 BIES UM AET Eppnge KD 5,

MESHET Famer = FWESRRAT S pwon — %NSMTT

B F A -BILIEH %ﬁ?mﬁ%ﬁs%’g

SN THBOEEREEREE BV ABARUT OMEERTITH, ﬁ@m&’ﬁﬁ%%ﬁa L CT%NSC it
Lo, EBAEHEETAHRWME L LTCUNSMIT I L AWEERITH, = 2T, HRYHIC LD
B TS BLOEEMES NSMTT OATHIET 52 L2 TE T, EMIRMERICE T 28R E 0%
I R X 5 BB THLERTILNEN DD, ZOHEE . NSC ruman B M EMIRBREIC K
BHRE ORI - R S RETEZRICHIEL TV 0T, AETHITH LT _EMHEL A2
Y55, TOD, FEHIERBICE T 2BRTFH TH D NSCrmmnZ X 5 Z LIZ LY “HEHEE
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i

{EIET 5,
I YR BEAE 773 = A IE Yo A 72 B — %NSMTT — %NSC ssimins + %NSC maamsss

BB, HEOBTIEREHT 5 WRWEIC S\ T HPLO/UPLC % A\ 3 BEIIQBLIERAE
T 5HBRMBEOMESEITHES.

5. 3l FASCHR

1) Alépée, N., Leblanc, V., Adriaens, E., Grandidier, M.H., Leliévre, D, Meloni, M., Narde]h 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
jrritation using liquid chemicals. Toxicol. In Vitro 31, 43-53.

2) Alépée, N., Adriaens, E., Grandidier, M.H., Melom, 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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[ 1-2. H# MTT i&i&tﬁxﬂﬁ#ﬁ‘i&%ﬁélﬁlﬁ LT 5 i HoREA ; SkinEthic™ HCE EIT VRM2 SOP ItE-5<
(SkinEthic™ HCE EIT tDﬁﬁEW?}ﬁ?!ﬁ&E 2 EEKFIAR ; Validated Reference Methods 2 Standard Operating Procedure)
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ﬁiﬁl—& LabCyte CORNEA-MODEL24 EIT#:
1. REBRFIE '
Il HRHER OB EOER

HRBHET2BEHE 0 PR L b 3MBE AV 3, 2. FRBEOEAFECETAEE A
AT EREY . WRMEE LT, R, R AR AR FoBBEICTRE L b o, mEs
BB V2, 3TCLUFTENy bR ZBDIRWEE LT, TheMNIEGKE LTRREITS,

BEOESRWBEOHES, RhCE MEREICHSICEN5RE LT, 50uL2BAL, |HT1
TFMRET D, BREER. IR T Mg2/Ca? REY VEBHABEAN AL BTt LR
WMEZPBRET D, Fiiikith &'Fﬁb‘*@fﬁiiﬁmﬁif 24 BT, BTEBOKIE (post exposure
incubation) %173,

BFEOHERM A DS, RhCE MBORTEE D DI+ 8L LT, 10mg #H—c@EAL,
MR (RBE 37£2°C, "R 5+ 1%, ABXHEEE 95%8L L) T 24 BRRET 5,
iR, FREABS LT, BRAMCKHEL THB L T5, BRER. BT Mg2/Ca2 R3Y B
BREARBRRERE AV oGRS LERDEEZRET 5,

FEIRFIZ R R R UNBEMERT R B 3R BR 2TV, /87 % RhCE ko Miad 75 (IS,%&?TPB WXk
B) LRE (BAERICLS) BIhETOF—F KBSV CHE LERBRRHENTHS = &
C ERFERRT 5. 2B, BISIRARIERYE 2B L BB O A RIRETFR A— Y b (%
HRA TR epew) Z2EHETIZOOR—RT 142 (100%MIEFER) & LTAWS,

B BRI ORI E IC SWTIZZ ) — A Th Y . BHEOERWEIC VTS Y
YEBETH D, BUENBYEIIREOHERMEIZ VT Ca2+/Mg2+7r &) VEREEEREK TS
D, BECEBRHEIZSWTIIELETHD,

Ry Fv— 7 WEE, BEOLEWEE LN 2 T R BT 5 RAOLEWE OIRAIEE,
SRR A D3 T DFEF I & 2 IR B 2480+ 5 ETHERATH B,

1-2. fBaAfEER

0.3mL OFHIR WST-8 IR E M AAREREIRSRMHT T 240 KRS EE 5, M WST-8 FD i3
HETH DD, MUOTRIAETH 5. RFICRRT 2 B R UIGE R b RRICORT 5,
SN AR JEEE I B IC K B R 4500m (L7 7 LU AR & LT 650nm) 12381} 5 WST-8 FD @
WY (ODasonm— ODesonm) X it HPLC/UPLC % (¥°— 2 %) 12 X % WST-8 FD {%Fﬁ’&' rb Lz, &
P RIOH T SRATFRERHT 5,

_ BBRWEONEED T
WRUWE  pabb ol BB OO T

ok e 100
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2. ¥E ‘ o

o SHBETFE RppaeSH v FATEI D bAEVIEE ., F OWEBRYE ISR L HE S5,
ZDEE. thWORBREIZLIZEAZFROEBIIFTETHS,

oo %HIRAETFRppeu S v FATZEUT THIHE., TOHERMEORIEELHETS - 21X

Hse2u,

% 1. %R Ryl & BHE

- EBRMEORE EFAE W E AR

WHEERUEE . >40% <40%

3. RBRERmEDOEES ,

31, RBRERICBITARESTE ‘
iR E R T 5RBER T2, RhCE (0 TRERIME (BE2) Z2EALEEDM

rrgba sk, '

3-2. %ﬂfﬁ/ﬁiﬁ%ﬁﬂ:ohf
LT o3 & &l Lichs, RROBREHECH NS,

(1) BBt BB OD 2% 2-1. Wﬁ%’f%ﬁﬁgkﬁg?‘éﬁtﬁﬁﬁiﬁﬁ:ﬂ %fr%‘t:i‘_
72 2-1, BT RICE T 2 R B &

WERWEORE Rttt RwE]. TIRME (OD {i) LR (oD &)
IR (Mg?/Ca? RE ) B EAEANEK] ~0.5 <16
B [E4LEE - -

(2) IR OISR 20, TRIERITICET 5 RERRIIAME] BT < &,
#2-2. BHERRICE T SRR &4

WHEMEORE BBy H] R
%,iﬁ: [=& /—)] <40%
B [TV : <40%

() BRWE. BRI, ROBMERBEO TSI T, AR O REA
BRUFTHE &,

.(1)3141(2)0%{¢%7ﬁtém% . MERBIEARE 2D, MY ELERETESRERD S,
BTN, IKETE?TEEX&:H%fiﬁﬂﬂwﬁﬁﬁfb%m%@%#%ﬁﬁtéttlr‘*z,%a%\ 2 SRR R AT &
Y, BORLERTALERD B, . |

(ZDOWT, *&Eﬁ%g@ﬁgﬁft%b‘%@%ﬁ:%?ﬁtétt‘.l'\i’ﬁ %EE&%E&:%?%%E&&W&&&
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Y, HRMEOERABRERET 24BN S B,

4. MBRAEFEROARETETHIHEAICOVT

 BEBWE B G, RRAE R R B E A WST8 FD ORINER & REBORINEE 2 HT 5 -
B8 (F2bb 450mm fHE, FACERWE). Xt TD % WST-8 FD W EESETT 51EA%LE T
556, MRATRORELZ THTAEERSH 2, hoOHEOTELRHSEL., AT 5881
BBRMEOBRONBATEEZ RO B OICHESSREL 25M, R L OWESFEZUTO L
R,

(DEFAOWRNE : 7 .

A TEBEE N EEE AV S B FOBERIT 5. TD BROMAD 0 Iz 5 T 55
FEFE NSC smmusw (non-specific colour in living tissues) %17, —HEORBRE FEM4 5, NSCa
st TR SABR O FFENED & %NSC wmmap 3K, WRIZ L D B ERYIIL TR et KD 5,

AER%MIREF Fppen = FEEXHIRETSEwmrr — %NSC zanan
723, HPLC/UPLC #:2 AW 31546. #iETHMLEITE,

QBTAEH ZHT 5 HRWE

SRAL AR LRSS E #R ik HPLC/UPLC =W Thi b\é%ﬁ%uTwﬁE&ﬁ 5, RhCE $8
k2 IR CALER LIRS PE S B 7ol 2 vy, ThEJE¥e AR TD RfEE & LT NSWST (non—specxﬁc
WST) &®RiF. — EORBREENT 5, NSWST HBRBOBEEA 5%NSWST 2R, K &
D ER Y%A T R g 2 KD 5,

FHIER%MAETE Ly = REE%HIRETEppur — %NSWST

@VFRI OBITIEHEA T HHRYE

?ﬁﬂ_ﬁﬁ%ﬂﬁ}*{ﬂﬂ}i&%)ﬁﬁu\%’aiﬁA#ilgL'FO)ﬁlE%ﬁ Do ﬁé@%&ﬁﬁ%’%& L T%NSC smmmmtl
XY, EEBTIEHERET A ERYE L LTUNSWST IC L AEEITY, Z2C, HRPEIZLS
B3 TS BT O TR %S NSWST SBWEOH CHIET S 2 L3 T3, RGBT 2 55%
B ORI - FIFIC L P2BETHLEETALERDLD. Z0OHE. NSC sarnex FBHE 2340
R X 2R E ORI - RS BRTHEZBECEEL T 20T, AFTFHICHLTZH
HIEL 720 55, TOi), FEHMBERICBITABETETHD NSC pmmpe®MA D LiI2L D
BERELEET 5, |

1 IE 8 Yo AR I A 17 TR e = AAH IE %A A 77 R papaym — UNSWST — %NSC aquminse + %NSC mamosarz
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2k, AEPrOBRTIERZH #6*&%4%@:_01/\1 HPLC/UPLC % AV 345 &3 QB o/Ef &
BT HHERDEOHIEFEITIES,

5.5 F3CER : : .

1) OECD (2018) Peer Review Report on Validation status of the LabCyte CORNEA-MODEL24
EYE IRRITATION TEST, OECD Series on Testing and Assessment No.282. ENV
Publications, Organisation for Economic Cooperation and Development, Paris. Available at:
http/fwrww.oecd.orglofficialdocuments/publicdisplaydocumentpdff?cote=ENV/IM/MONQ(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/etfort/effort02.html
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B I-3. ME WST BRRXITERTHEHRLHE L'Cﬁ 3 e DOWIEAR: LabCyte CORNEA-MODEL24 EIT SOP iz #-3<

[ ]

BRFEHOENNE

S0pL X 12 10mg o W RE 00 DAl Rk T

EECIGIMA v F At ioa L

sainEeT

ERWSTEZOETELE
. S0 R 10mg ) R R E
WST-SFHE00L T4,
ERRATF T o v . -
el g&o&%(wﬂm
S BIERRAT
=]
SOuL R N 10mg DN
WET-B/ i 300uL 3 T408I0,
ITHTT S TP
[adal s 3y
AEHAUR
ki Wb
BT 028 AR OMIRE
N ! 3 ! Y /
ODRW ODX &t ; 3 .
HPLCAUPLCH: HPLGUPLC: i { opems 0DE A W
E0eA R ]
| .
B EC EWRERIc L AR ERNS h'd
i n PEIFILUMS ST OEREE BN AR
®hi (EHNSCoppae’ . I ML FNLCITY,
) wWiT-dofihyicgise
A LB el O g T
N \L &Y, SLARRT OHREE
) ¥ (=NSC o)
" FMME IR E R TONWATE FEARRGARST MHME R T OB TE o
B 5 (=RNTWSD §i¥ B (=NHNSWST)
(RS EERORERE T 3. L9 Ti0 CRINIBRIMIRENE Y 5 T LHRID
3 By
FEH BEH R WS WET S0 i gl
SEMERVTS ¥ ani-bra VEFS
io‘al%(!&%;&' g!&tl‘ir&‘&‘?&lﬁ
= 5N )
(ﬂimﬁﬂﬁﬁmat EAHD
i S ‘1’ N 4
. h . h
U MEEKRHEETF= AT RS HLHT = RER SRR o prs—
p PRI BRI RNEREEE % AENEE ML O S WS YRR IR ORI =
B2 — GNSWST — BNSYYSTH %S C e = WHSCpuna T
o, 7
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