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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @H“,ﬁn.u,mm,m

(FHol2E34

8082

RhCE : Reconstructed human Cornea-like Epithelium, QX Zfetat Msistd 91 Me|sty EMat o
QARSH QN ZHBt QAT B Y

EIT : Eye Irritation Test, QtAI=A| S B

UN GHS : United Nations Globally Harmonized System of Classification and Labelling of Chemicals, UN 2|
ststg Mol BE 9 HAO] B3 IR EAAHY
UN GHS Category 1 : oot Qt&4l CHASHE = 22E0 0| ==& = 21 € O[Lfo 2tH5|
S=E|X| G o B A4 TE A N2 &Y

UN GHS Category 2 : 2tAt=, CHUEE &= 220 =0 =28 = 21 € d2[1 7 € I H5]
Eg = As &4

UN GHS No Category : UN GHS Category 1 £ 2 (2A &= 2B)Z 2RE|X| %2 JIHEE=2
‘0|2 F(Not Classified)' 2t HHLO AL

RT : Room temperature, &=

ET-50 : Effective Time-50, M ZYEZE0| 50%2 #daot=H Z2l= Al
OD : Optical Density, S&&=

NC : Negative Control, 2dH=Z

PC : Positive Control, &M IH=

T : Test substance, A|E=E M2Z|#

ODpjanic © 2 well 8l WST-1 49| OD 2t

ODncraw: 4 U= ODEL

ODpcraw: 2t S ZT ODU

ODraw: 4 AIF=E ME|Z ODU

OD\c: 24 80 EZ2| B E OD 24(ODncraw — Mean ODpjank)

ODpc : 2t FdUiz==2| EE OD Z(ODpcraw — Mean ODpjan)

OD;: Z A= NM2|zel 2FE OD 2 (ODrayw — Mean ODpjan)

Mean %NC : 2= 2T ZEAES

Mean %PC : ZEdU =2l & ZEYES

Mean %T : AR =2 X2zl 2T ZALEE

DPBS : Dulbecco's Phosphate Buffered Saline without Ca?* and Mg?*

WST-1 : 2-(4-lodophenyl)-3-(4-nitrophenyl)-5-(2,4-disulfophenyl)-2H-tetrazolium, =¥ &=

Al

M A

o
%NSCiiving : Non-Specific colour in living tissues (%), 4 ESt= ZZE0|A{2| HEO0|E Aeh(%)
%NSCinea : Non-Specific colour in killed tissues (%), 52 ZE A Q| HEO|XN AMAh(%)

%NSWST-1 : Non-Specific WST-1 reduction (%), HS0[X WST-1 2H(%)
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ &

1. ME
NI FASLZES 082 AT L= Mot &gz FREX e =22 THE
B2 Q1K 2t A I 2 2 (Reconstructed human Cornea-like Epithelium, RhCE)O| A& &
22 =EAMA YO =HYEES 2HR OF0] AXS £ HY AEY2EZ ZREA
2 ZZ(UN GHS No Category)= THEHDBIY| 2I3H A|RYRO|CH
Al 32 MAMZAURAL I ZBMCTT HCE™S 0|88 XA H(MCTT HCE™ EIT),
o2 FOAM AFESHCE

2. 54
2 AFEE2 "M Z oA I R (MCTT HCE™)S 0|83t HXFFAIHE - (MCTT HCE™ EIT),
= TSI QA= s o tEHOZ EREX| ¥2 EE(WUN GHS No Category)s
THESHY| elgolct

3. M=

3.1 A2 : MCTT HCE™
MCTT HCE™= AMES| ZHIOMEE 08310 Zato| H|E IHoiet AN ZR AT
2Y 2N, 7|XF(basal cell), Z7HMZEZS(wing cell), BEHEHIH AL M ZZ(squamous cel)2 2
TEE ChEol Ztah MmO REO|CE MCTT HCE™E MM ZIRAM IR ES 083 Xt

— 35 AL = — =] o
3 EE M3 oMoz EREX ¥ 2N mYY
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o
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otO] M ZEof S E L.

H| = A}: Biosolution Co., Ltd.
Tel : (+82)-2-3446-8884
Fax : (+82)-2-3445-1390

Homepage : http://www.keraskin.co.kr/product/mucosal_model.asp
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ Qi
3.2 FEEEIIE

MCTT HCE™=, &

XEZM MZMZEE9 ODZL, ET-50, Histology2

0|&

S5l At2 EZRBZ|E TESIH, QC Certificate of AnalysisE M ZAH|A X SSHCH (Table 1).

Table 1. EH&2|7|&
7| S| oM oozt SHEL| o Mot
Viability (ODs7o) 0.8 1.2
ET-50 (min) 17.6 41.0
33 AHEE U 80
2 AP AEHEEL 22 KHE AM8sl= A2 /XS Z Lt 3|M0| S0 B2
gt E04(0f: DPBS )& AFEstE] O ety 2HE MAISIEE oLt
3.4 A= 9 EH|
Table 2. A|&upHE =3 9 FH|
Ay Hd|ot A|2H HZE=A/S=29H AtESH

micropipette and tip

Alad A ARE

Water bath at 37°C

Assay medium, DPBS 7|2

Pipette aid and

M
serological pipette
S Forceps 24 Fa
Sterile gauzes I T =EH HA
General laboratory materials
(latex gloves, paper towel, -
70% EtOH etc.)
Laminar flow cabinet FoAE Al
ot CO, incubator Zl Hi ¥ (37°C, 5% CO,)
° 6 well plate X H Y
Assay medium Biosolution Z=E HY
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ &
S3Uz=E,
DPBS without Ca?* and Mg?*
ME g
Methyl acetate
Sigma LN ES =<
[CAS No. 79-20-9]
Balance IHEEH FASE
= 2N
6 well plate AR H ¥
2 MH
Stop-watches/Timers ANH=E M2l HMH
500 me beaker M
50 m@ beaker OH MH
12 well plate MA
Cotton swab NA
WST-1 (2-(4-lodophenyl)-3-
(4-nitrophenyl)-5-(2,4-
disulfophenyl)-2H- Roche XY EE 5H
tetrazolium]
[CAS No. 150849-52-8]
WST-1
DPBS without Ca?* and Mg?* WST-1 8 =X
assay
24 well plate WST-1 assay
96 well plate sac =N
Foil Formazan & (Xt&
Centrifuge Formazan &= AMZE2|
ELISA Plate reader (96 well) S&E £F7(450 nm)
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @B,‘,_{n.u,mm‘d,
. (FH0|243MH
4 HFEH
. OH
4.1 MEC|xtel g9f
= o o I .
MCTT HCE™E 0|83t CtXIFAIRE +Hst= HEAt= Of2fit ZCt (Fig. 1).
A
| Day 1 | | Day 2 | | Day 3
ESLIE oM AEEE ME 1%t M|H FHj WST-1 assay
0.9 mg medium HH AIHEE 40 po DPBS LHE 4 m 0.9 m¢ medium WST-1 24 300 p
37°C 5% CO, 37°C 5% CO, over-flowing, 12 &H| 37°C 5% CO, 37°C 5% CO,
22 £ 2 hrs 10 + 1min 16 + 1 hrs 3 hrs + 5 min
24+ MIA
=ETe &%
DPBS LH 5 10 me
200 pe/well, 450 nm
3%t M A
DPBS L& 4 me
over-flowing, 12 H|
8 shaking
4kt b=
DPBS 10 me L-2|&
M= o Ere] 23 M7
iy
Day 1 | | Day 2 | | Day 3
TH 2t o4 AEHEE HE 1A M A ZHfek WST-1 assay
0.9 m@ medium DPBS 40 u@ + DPBS L& 10 ne 0.9 m@ medium WST-1 224 300 pe
37°C 5% CO, K AEEE 40 mg T 37°C 5% CO, 37°C 5% CO,
22 + 2 hrs 3 hrs £ 5 min 16 £ 1 hrs 3 hrs £ 5 min
2%t HIH

DPBS L& 10 me

3KE MIH

DPBS Lf-2|5 10 me

4%t N[

50 me H|O|Z0fl M
5-102| shaking

5Xt M|

DPBS W-2/% 10 me Al
A Qo S HA

Figure 1. A|&C|X}IQ!
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @H“,ﬁn.u,mm,m

4.3.1 AEEEQ TMd AH

N 1 m SFFR AEZE 40 po (WAH) E= 40 mg (2A)S 10 60 + 1 & S 37°C,
5% CO, MZH{Z7|0AM EHSA|ZICE

2) BESAIZI AHS 200 weX duplicateZ F5H0] 96 well plate2 & 7ICH

3) 450 nmO|lA Z7E3t W OD 20| 0.1 X1l d2 2 A|@HOl 433 1) E£+= 3)0f

2t Al EEE 0|85t0l HHAHS SUBICE

4.3.2 WST-1 24 =92l A|d
1) DPBSOf| 1:252 3|AM%t 1 me WST-1 2HS @0 AIHZE 40 p@ (YUAX) == 40 mg
O

(LA €2 HEIZE 3 A|Zt £ 5 & &Y 37°C, 5% CO, MZEHIAZ[0A HiLS =0

2) WST-1 80| =2HMOoZ W3 4L AIWSHO| WST-12 BANZ 4 9eoz, &

2HuUS HESHA W, 30% 0|¢2 d2= = Aldat A

o
T o
ot = QICtD HEHSHCE ZA|0A A|ZREZ0| 'No prediction can be made'Z2 O|&F5E &
H

A HO| 45~4100] M2t ARS SYSHA RI&sHE, WST-1 2
HME| SHAO|AM WST-10| 2= DPBSE AMESHCL AOI/UE ZEES A3t ZO|ZZE Of
A RO} duplicate2 A A|SHOF BHCE %NSCiving2 &= AlEL SEUETS 7|22 A AtSH

Ch %8 ZAYEES EE N ZEUEZ(%Tissue viability) ol A %NSCiying= ZSHELCE.

T ZHYEE (%) = % Tissue viability - %NSCiying
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oF-

N\

a1

ol
JoH!

M=Z& assay mediumO| A U= 6 well plate

ojn

SHCF %NSWST-12

H

e
[e)

| =

Ttz

=20 CHali duplicate=

4

L
Al

HZEE(%Tissue viability)O

x|y

M %NSWST-1

HEE(%) = % Tissue viability - %NSWST-1

RIA
1o

XNEs =

f

A0

433 Nk 2)0f 2t = THACl 2 aPgE AXH X[ AlF=E0|

=
—

o Z20f

Ol
o

Ol 46~4.100 M2} AlHS SLSHA

4

L
Al

FZl, WST-1 84 XN2| EHA A WST-10]

At& et

DPBSE

o=
HA '

KK

ojn

=
[

te| AT %NSCyiled

=20 CH3H duplicate2

2t Al

EEMEE%Tissue viability) oAl %NSCiying

x
Ct.

L

Q|
o

K

=Lt

k=3
=

2t %BNSWST-15 28T %NSCyijed

HZEZ(%) = % Tissue viability - %NSCiying - BNSWST-1 + %NSCyijeq

KIA
mi=]

55

10
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Biosolution Co., Ltd.
(Fuol2a24

MNEEE

= 4000/40mg

DW1mlS 60+ 12 S0

37°C, 5% CO, M ZH{ 7| Of| M
ghSAlZICE

o &

.
450 nmOf|A{ 2|
oD% >0.1
Yes T No
Algd=2H 40p9/40mg4_|‘1 252
S| MElwsT-11 Ml S
3A|7H+ 58 S0t

37°C, 5% CO,M| ZH{ 27| 0| A
"t Al ZICH

Yes
Mopole REC2 B Aol xEoz 2
ZREZNS YA

Al “‘PEI WST 10/ &1

ZTEEINS

ANEgsH 40uQ/40ng—'.|'1 252
BIMEIwsT-11 M=
3A|2H+ 52 O
37°C, 5% CO, M| ZH| 2F 2| 0f| A
HhZ Al ZICH.

Yes

No
A S| wsT- 10I e
DPBSE AME EHCH (=%NSCyying) DPBSE AHEBHC, (=%NSCiype) ‘
l /
SEMEZHOEZ N EL -]
Z2EZ0SUsHA D2 E 20 EYSHA
Al BHCE (=9%NSWST-1) K| BHCE (=%NSWST-1)
SAME REoZ =
Z2EENSYUSHA ‘
A5t wsT-10| 8l =
DPBSE AMEBICE. (=%NSCyjeq) \
] | ;
E T MEHEEE%=%TV- = =
I‘;Nsﬂc WNSWST-1 A3 HMEZLEZ%- HE MZLE S ExEg ole
o living = 70 %TV - %NSCiying %TV - %NSWST-1 o =21 ngS
+ %NSCyijjeq

Figure 3. A|&2%
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @B,Mu,?m,cm,,

4.4 MCTT HCE™ +H

ZZ& 8l assay medium HEHE ZHQIBICE off =Zo] HEMO| HESDHX|, £=20| ¢
N =
B

=
=}
=X, =% otgfof S7[LE0| S=X|, agarose gel?| HENZt FX|El=X] S92 O 2kl

i

=g
- Assay medium= Z2Z0|AM 37 °CE 7t2 ot & ALETHC}
- SAZXE £8 T JEHE 5t dF5 U0 EaEsiot

Ot
r
P
re
=2
x
)
(7))
(7]
)
<
3
D)
o
c
3
n
3
a
O
o
§e)
o)
=
o
fu
o
o
Ot
L%
o
=
®
gl
QO
—~
o
=2
=
@
i

52

2) BRE AZE 0|83t x=Z& Q20| 22 agarose gelg MM 2, S7|L20| d7|X|
7

2 xN2 7120/HA 2 wellol ZHAYA ST (Fig. 4)
3) 37°C, 5% CO, MEEIY7|0IM 22 + 2 AlZH SOt HiYBhCt,

Figure 4. HH{ ¥ 1Y

4.6 MEEH2| Mz
- =2 Ad=E Mal HTO| AL AL
- AME=E2 40 mat At DMl MPyS HEeHt
- ME=ZES Melots Al 242 AlgXtof ek =2H-0| 7hsokX| 2 AME 30 = ONE
12 22 XNefots Ads ATettt
- ANgd=22 82 plateE TN, 2 Ald=2 & 2 wellY NZ|otLt.
- o H0 3702 A[F=EE StLiel A522 2850] 6 well THRIZ AlF=ES ME[SHC
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @B,om;ﬁnca -

ST

4.6.1. AH|

4) MNYEZE 40 @E micropipetteQ 2 #3810 Z=Zlo| OtZ ZFotof MM H
ZEZ 0 S8HF0 N 7B E10F NE2|E| =5 SO (Fig. 5).

5) 6well CHRIZ A[FHE2E M2|7F BLIH 37°C, 5% CO, MEH{Z7|0f D10, A2 A|™HE
Z ME| MRS 7|ZE22 10+ 1 & S0 M2|ghot,

C 2

—_ =

n
L2

ot

N

Figure 5. AX| AEHEE X2|

46.2. 10X

1) ZZZ 6 well plate cover®] 22{&1 X2|PIC} (Fig. 6).

2) Micropipette2 O|83t0] DPBS 40 w® X% HHZ 17 X4l O3, AF=E 40
mgE Y0 EoEE 1 ZHZ T A% =250 FO AIHSEHO| TH 7O 2

2 OE = JLE it
3) 6well B2 AIFER ME|7F BLIH 37°C, 5% CO, MZH 7|0 Y1, A7t AlH
E& M2 AEES 7|F22Z 3 A7t + 5 & S0t X2|stCt,

Figure 6. 1M A|REE A2

13
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ & r-rmini
4.7 MH
- Al=3o da0 et MEL-S Felstoh
- MAHZ 20 & Lo OF™OF StCt (6 well THR| 7[&).
- NMHE DPBSE 37°C Y2X0|A 712 3t = AtESiCE

MA Al wellZt DPBS MA ZtA42 =& N2| ZtFar SLsHA HESHC)

M& Al =23} serological pipetteZte| ZtA2 2~3 cm MZE XREZ 7|20 HHZ oY

DPBSE =Z2AtStL, MAZ Uf DPBSE S7H0| EOJLHX| 8411 OFX|9tof o o 2Ot

= AZolMel DPBSE 0|8% MA2 1 me/sec?| £=E RAISI=E Ot

4.7.1. AH|

1) 2 well & pipette aidE 0|83t0] =2 L{L0| DPBSE 4 meX &1, =% L] =H
O] 8t 2 HX|EE over-flowing 3t & 2 1 £ S FHBICH ZHoZ x2S T

2) Pipette aid2 DPBS 10 me2 Fot1 ZMOZ XZAZ 50| =% 20| DPBSE A 2|5t
of MASHC} (Fig. 7).

3) 12 well plated 670 ZZS Zb wello] @0 =MOUZE 10 = A2 XX R0
DPBS 4 m2 overflowing 5t0| 2f 1 & &¢ FHot =, well 2t0A 52| shakingdtil

ol 22 M7 =E2 12 well plate cover 90 221 ELCt (Fig. 7).

Figure 7. %X AIEER MHIPE (1~3%h

Moz ZXg T pipette aid2 DPBS 10 meS FoCh =Zo| L. 7t HZot 7t
UFZ SHFTAM DPBSE A2I5tL, LH-2/F2| Fol 2EHO| 2

14
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l0l2E3d

2024.01 cornea-like epithelium Test Method, MCTT HCE™ & r-rmini

%Y

Figure 8. & A[REE MHIPH (4xh

5) ZES ZMoZ T micropipette2 2 LIE S| DPBSE A 73t1, EdEl H=0| XHof
22 S5A7 Q52| DPBSE M AHTIL} (Fig. 9).
Figure 9. Tto| X HAH
4.7.2. 1N

1) Pipette aid2 DPBS 10 me2 FotCh ZMOZE XA Z =0 LfF0| DPBSE A2|sta LY
2ol SZ0| MAHE=ZE MAHTICH (Fig. 10).

* O] BrgolM N S 20| CiE HRols 49 EoE S22 0N =TT A% SHOotE, 24
U B 242 E =2 2F0 FOUX| @=L (Fig. 10)

Figure 10. 14| 1Xt MIH 1Y

15
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @;;.Dso.u.;;;;&,;%

2) Z=Z LfE0| DPBS 10 mE N2stn Lol SE0| HNAHEEE 13 O MASCE

3) ZMo2 ZXg T pipette aid2 DPBS 10 mee FSCh =ZO| L{.Q 87} HHZtotot
M =58 XS YFE S2{FHAM DPBSE A2|stn, W29 Tl SX0| 2
F HAZI=S MAHTHCE (Fig. 8)

4) ZHo=2 xXZ &1 DPBS 30 meO| =0{RUA= 50 me H|O|FHO| EOf 53| shakingdtH
o 225 Mt oz DPBSOIM =X = shakingdtl FEOA LF2|l HHME H
2l 88 HHESHDE (Fig. 11)

* KA Z =HQI5t0] 1IN 7 FOtU= ER0= Of BHANM S&3| MASHE, 102|7HX] M &Y
E MARR =0t =2 £48 XS] I8 O o|42l MA2 x| gf=Ct.
*HO|H= AHEE 22 FESI0 ALE2tTt.
Figure 11. 1LH| 4X} MI& 1

5) ZMoZ EXg F1 pipette aid2 DPBS 10 me2 FBtCh ZZo| LY.QE 7t HZ0L7}
o =8 XS Y52 S2FHAM DPBSE AM2|otn, W29 T EHO| 2
F MA=EE MHTHC (Fig. 8).

6) ZAOZ ZEES T micropipette2 2 XX 9| DPBSE HHst, HFE H=0
ol 222 5AAH =5 272l DPBSE MASLE (Fig. 9).

4.8 U

1) MAHIHY S0{7k7] MO assay mediumS S2Z0|A 37 C2 7t o
2) 6 well plateOf wellZ 0.9 me2| assay mediuma &0 FH|HCY,

3) 22 M2l & MAHO| B =H2 2)0|M ZH|S platedf &7 37°C, 5% CO, MZH{7|0f

M 16 + 1A|Zk SO FHIYS Al

ot

AL 3HCL

—

* 7t plateZt AlZE XHO|ZF 3A LEX| @A BH7| elEh

16
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(FH0|ea3H

4.9 WST-1 assay
1) FHY = ZHE AU ZMOZ T micropipetteg 0|8310] W-229| Tt 2HE
b ( :

HABtCt (Fig. 12)

Figure 12. 0| & H|#

2) Well OtCF WST-1 &H(1:25 5|4) 200 pe® 232 24 well plated]| =X & & =, WST-1
89 100 weE = ROl Ma[siCt (Fig. 13).

Figure 13. WST-1 &% X2| 1Py

3) WST-1 U2 XM2|Tt 24 well plates STLZ ZM KFEALE] (Fig. 14)2 37°C, 5% CO, M=

BIZZ|0M 3 AlZE + 5 &b St HiFotL}

Figure 14. WST-1 8% X2| £ Xt&

Zoff 2 XOI7F 222 2t well ZF BE A[ZE X[O| & Z[231517] flgh

o
=
(V2]
-
rlo
re
olo
>
;
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ &
410 ¥k 5%
1) WST-1 N2[7} EU4H micropipetteg 0|85t XZ&| L{-2|£2| formazan Z278H|7t 20|
A %2 BEE 24 well plate LHO|A pipettingBtCt. 25 well2] A4S 2122 micro

2)
3)

o 00 w r

tubeOf 20 RIME2((200 g, 3 2)8t T ASHS FstC}
Welle 45U 200 i€ 96 well plateE2 s=AECL.

96 well plate E&&=H (TE 450 nm)E 0|83t ODE FHStL, 96 well plate HiX|=
Of2fe| OA|E EIIBHCH (Fig. 15).

1 2 3 4 5 6 7 8 9 10 11 12
Blank | Blank | empty | empty | empty | empty | empty | empty | empty | empty | empty | empty
NC1 PC1 T1 T2 T3 T4 T5 T6 T7 T8 T9 T10 Tissue 1
NC2 | PC2 T1 T2 T3 T4 T5 T6 T7 T8 T9 T10 Tissue 2

empty | empty

empty | empty | empty | empty | empty | empty | empty | empty | empty

empty

empty | empty

empty | empty | empty | empty | empty | empty | empty | empty | empty

empty

empty | empty

empty | empty | empty | empty | empty | empty | empty | empty | empty

empty

empty | empty

empty | empty | empty | empty | empty | empty | empty | empty | empty

empty

empty | empty

empty | empty | empty | empty | empty | empty | empty | empty | empty

empty

Figure 15. OD &’ H{X| of|A|
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O ODpank B &

g

=
=

ODNCraw - Mean C)Dblank

(ODno)
CHZ=T (ODpc) = ODpcraw — Mean ODpjank

o

@

%jél X‘i ElE_ (ODT) = ODTraw - Mean ODblank

(3
a

® Al

[ODnce / Mean ODyc] x 100

(%NC)

SaHET

@

(%PC) = [ODpc / Mean ODyc] x 100

2 Ne

i

Kd

ch

(%T) = [ODy / Mean ODyc] x 100

i

=
=

Bl

[%T1 + %T2] / 2

Bl

Kfo
2

=
7|?_'

.l

%0
o0

3

5.2 A|™HE}

o
=B

ol
=
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @H“,ﬁn.u,mm.m

53 ©HHI|=

SAUETL| ZEHYEZEZ 100%2 2785t BHZEH| dF ZEMEES0| 35% =10l
dRE UX= Ee= Mot txdoz EREX %= =F(No Category)E O F5HDH, 35%
oI5l 2= 'H=2=2 0= = 2UCHNo prediction can be made)’. MCTT HCE™Z2 O|&

2 UN GHS Category 11} 28 8T == 8ILC} (Table 3).

Xl ¢&= ZZF(No Category)'Z O&F5H, 60% O[5t9l 2= =22 5™ &= {ICHNo
prediction can be made). MCTT HCE™E O| &%t QtXI= A= M2 UN GHS Category 11} 2
£ T8 5 8l (Table 3).

Table 3. A|REX| WHIIE
Prediction model Classification®
o Mean tissue viability is < 35% No prediction can be made
e Mean tissue viability is > 35% No Category
_ Mean tissue viability is < 60% No prediction can be made
olid Mean tissue viability is > 60% No Category

TEAMES TWHZ0] WX = 30% O|A 40% 0|2 TX+&= 55% O|A 65%0/0t AL
SlioF StH "= = AlY Zto| At &

o 3l
K[otR| G B0 M B8R A[FS o1, ItEtel Zitz XF THYeirt

(borderline test substance), & HM A|HZ =3
n

6. 23
OECD. (2023). Reconstructed human Cornea-like Epithelium (RhCE) test method for

identifying chemicals not requiring classification and labelling for eye irritation or serious

eye damage. Test guideline No. 492, OECD, Paris.

¢ Protocol ver1.70A AF&El Irritant= no prediction can be madeZ, non-irritant= no categoryE 2|0| %,

20
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7. Annex
Annex 1 : Example of the Data Sheet of MCTT HCE™

Data Sheet — Delivery

Test No. 20 . . Test Date 20

Date Time Recipient | # Lot no.:
20 . . h min # Number of tissue: tissue (24 tissue/plate)

[Plate A]
O ZZ MCTT HCE™ ! 2 3 4 > 6
*2 well A

B
Lot No.: C
O SZ4ZXZ MCTT HCE™-KT D
=gk well [Plate B]
Lot No.: 1 2 3 4 5 6
0 Assay medium A
R e °
@

Lot No.: D

# Checking point

- air bubbles : (a)

- flat surface : (f)

- extensive moisture on the surface : (e)

- condition of agarose gel : (¢)

- no finding: ( -)

# Draw a diagonal line on the unused plate diagram =l
Study Personnel Signature Date 20
Study Director Signature Date 20

MCTT HCE™_EI/Sheet/001-v1.8

21
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ Qi
Data Sheet - Pre-incubation
Test No. Test Date 20
Pre-incubation [ Day 1 ~ Day 2 - 20 ~ 20 1

Start of pre-incubation time

Study Personnel

(sign) Date 20

End of pre-incubation time

Study Personnel

(sign) Date 20

Study Personnel

Signature

Date

20

Study Director

Signature

Date

20

22

MCTT HCE™_EI/Sheet/002-v1.8
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @a.osmmg;.m.,m

Data Sheet — Treatment

Test No. Test Date 20

Test substance Application
# No of test substance: total samples with NC and PC
PC
Study Personnel Signature Date 20
Study Director Signature Date 20
MCTT HCE™_EI/Sheet/003-v1.8
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ &
Data Sheet — Post-incubation

Test No. Test Date 20
Post-incubation [ Day 2 ~ Day 3 - 20 ~ 20

Start of post-incubation time Study Personnel (sign) Date 20

End of post-incubation time Study Personnel (sign) Date 20

Study Personnel Signature Date 20

Study Director Signature Date 20

24

MCTT HCE™_EI/Sheet/004-v1.8
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2024.01 cornea-like epithelium Test Method, MCTT HCE™ @B.osmmg;.m,m

Data Sheet — WST-1 assay

Test No. Test Date 20
Application [# No of test substance: total samples with NC and PC]
PC
Study Personnel Signature Date 20
Study Director Signature Date 20
MCTT HCE™_EI/Sheet/005-v1.8
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Biosolution Co., Ltd.
(Fuol2a24

Data Sheet - Preparation of materials

Test No.

Test date

20

WST-1 [Day 3 - 20

[WST-1 solution in DPBS]

v

AN NN

Supplier:
CAS No.:
Lot No.:
Expiration date:

Volume:

DPBS volume added:

Study Personnel

Signature

Date

20

Study director

Signature

Date

20

26

MCTT HCE™_EI/Sheet/006-v1.8
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Data Sheet - Record of test substance

Test substance name or code

Description of Physical consistence (color etc.)

Total weight test substance and vial(g)

Storage condition

Storage No

Receipt date

20

Expiration date 20

Date

Initial quantity

Used quantity

Residual quantity

Study personnel

20

20

20

20

20

20

20

20

20

20

20

20

20

Study director

Signature

Date 20

27
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SOP Hi/7178 7|EAM
H-70d Hs | N ™LXt HWEA
1.0 2014. 06. 15
1.1 2014.10.20 |- A|REE MZHM A™ F7t
1.2 2015.10. 17 | - A=EH cut-off HA
1.3 2015.11.30 |- A|REE Mo|A|ZE BHE
- XpFEE S QPO R cut-off B
4 21605201 Nmemel 7y ool 1y v £
1.5 2016.09.28 |- A|HEE MI|AZH HE &
1.6 2017.08.01 | - ¥Hoix=o HA
1.7 2020.04.27 |- MZtd BEH Al 5 ©#Y
A HAE HY
1.8 2024.01.22 |- & HEEg AL A HEHY|IE #HE
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