FERF

£ 36O HAREYNERNEEFS 2023&E118

[T N4]
=B a0 B (CHIT DR B EDORFRITE SRR

BV EERAZE(CHF HRIEER

RUEIESRER AR PR M BR A DB

EYEEmEmEEMFT ERKSRED | OFHHEN. MR, RE)ITFE Bl ILARKR—
—AgBARIA AMEEYDEFHIMAA TS © /WK, ZREAF

fEEMRNEtE  KE]BZ

TIERINEA | BRI TF. ERNFEL. HHESE

e .’.*.‘..-I--Hs?.@

5 150tb" E EES SR E LT ERREN
, Anniversary Digceni
Q Smce1874 4@\\\ M D=
@)\r ‘S‘




FERRFODCOIRETR
BERARERL  HAHEN

& L

* R FREOARIHRFSRFOEARETEIHYFEA

IN



AHOAEAR

o RRAEEHERDIGMEXEMFBOER
In vivoRX{E B TH £ BEFRELE

In vitroB{ETE i EE T S BEFREE
o FEH




AHOAEAR

+ BAFMESERDIGTEX M A DR




FMFN T2 OREME

T e
SR EOEANEL A LT

Basic Principles of Biological Safety Evaluation Required
for Application for Approval to Market Medical Devices
2nd Edition

il A =5 T BR
AP B
BCES AR
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RN TEHER

= ESMHER
FEENVEY)E R
MAESTEHER

EREaROEVF ) Z2 il

c EREEMIIEFEKSORESHBORC(IE,
ISO10993> U —X(CEDE. EMENTZEH(CE
NBIERERINERT — Y ZHIS I D2 EN DD

o MRIOMERE/FERREREH B YIHMEIRYIE & U TR
SNBDHINZNC ENFERI THD
—7C. REDOHAMERECHSWNT, ZEHI Dd51E=
FIET e BT EME S U TRWLNWTLDS
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2,4-dinitrochlorobenzene
(DNCB)

1 w/w% DNCB-PU sheet

B IE BAE e BR F I X B A # & L T D 15 sz &1 i




A sl (C & 5 RIREE

stis) /I B R B R R R

*FIN 0.1g/1mL 25C (‘“922};3@) #90.1g
I [ RIS

FIEEIEK
J<H

| " - 1% DNCB>— b
gaidisns MR | uusimiDNCBRE (vo/mL) [

A5 J—)L _.72h
0.1g/imL  25%C GAIREAZ A 3ME]. DNCB®DIfHZhER (S,

reh wEbreo =l S 25 =)L 80%AZE
EIBEEK Confidential TR SO%IRE
S 6cm?/1mL  37°C /72h FIBRIEK : 2%1EE
T T3 : 90%TRE
D% Q Exactive GCOE D E#EESIM

6cm2/1mL 37°C 72h ¥8cm?

ISO 10993-12 RUEARNIA I A0MBEHFCLIDME RZARE.
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LLNAIC & S4R5IE

Evaluation

BrdU
labeling index

Weight of
lymph nodes
(mg)

Dose level

negative

control
Test group solvent

(Saline) control
S0%IMERICEVT, BRI EEERHITT 5%
H. SHBOIRZERZE X U100% R DSI 500,
fE(1.3)MSHEERICHIRRL . [EEFHITE. . 00;’/0

positive
control
negative
control
solvent
Test group control
(Sesame oil) 25% Confidential
BEiEHE 50%
100%
positive
control
negative
control
solvent
control
2.5%
5.0%
10%
positive
control

> LLNAIZHBWT DNCB-PU > —MITVHEU 7 MBEA T ClE4E

Test group
(Acetone)

B ¥E

10




GPMTIC L H1%REIE

Dose level

Observation time

(h)

Evaluation

Positive rate (%) Score

Solvent control group
(Saline)

negative
control

25%

50%

100%

Solvent control group
(Sesame oil)

negative
control

25%

50%

100%

Test group
(Saline)
BB HIE

negative
control

25%

50%

100%

Test group
(Sesame oil)
BBIEFIE

negative
control

25%

50%

100%

0.1 w/v% DNCB solution
(olive ail)

positive
control

Confidential

» DNCB-PU >—NIEEEIE/KNRUIVHAOmIME S T TE4E
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(OECD TG442B : In vivo NDUABPRU>VENHER)

JINHANRUT7E RS THIE
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GPMT

(ISO10993-10 : In vivo BEINVEBYMNFINAT—232K)
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EVNRIRAEHETDER

EEMRITZER (AOP) IZE DUV R 8 BREMAER

Chemical LTS Cellular response Organ Organism
initiating event response response

Key event 1 Key event 2

Covalent binding Keratinocyte
to skin proteins response

ADRA, DPRA EpiSensA, KeratinoSens™, LuSens,

SENS-IS, IL-18 RhE Assay, SenCee Tox

Key event 3 Key event 4

Activation of T-cell
dendritic cells proliferation

h-CLAT, U-SENS™, LLNA
IL-8 Luc Assay, GARD™

AEFEMBLIVNIBE DI ATA VERREIRQUS VERELORE”ES

 T5F B NMIETBRIEISEEAREMIFRF IR ICLDMBM LB FHIR
 EHAHEREODGEIEE (RMRREY-H—-0OFIR. TEH OB MACOESE)
U2 CERICH B THIRRIEE

BN EEREEELTADRA. EpiSensA. h-CLATZETE




EVNRIRAEHETDER

# Key event 1 —| Key event 2

ADRA EpiSensA
(OECD TG442C : In chemico 7= B HKEAIRER) (In vitro A TRIBEF I EAVALERIRE)

i ‘ i
: : Skin
mwﬁé

4 4 MERVDES & i | . y
O Skin NAC, NAL : : i E sensitizer
sensitizer ; fo ! T Real-time PCR

| ; | Q § P fHfEETFR (CV)

At — I-h-BEFRRE
(ATF3, GCLM, DNAJB4, IL-8)

LDH assay

Q I : i c
— = Keratinocyte ATERET
RAZEPMIL response v,

Covalent binding i
to skin proteins @ P AR | ABET OS5 10 TEIR T EEERBRSL. BT

' ATF3 > 15-fold, GCLM > 2-fold, DNAJB4 > 2-fold, IL-8 > 4-fold
HPLC-UV RSB E
(NAC, NALRAZEEE ) —| Key event 3
| NACRUNALOHPLCAHH (&1E) LT, LIFORMFERES, | < Lymph node > (m4 42E 1 In vitro b MEREEIEEEES)

i+ NAC/NALTIET )L : NACRUNALDEA EOTIBEZ4.9%
| NACESIRTRIET L : NACORA EOFIIEZ5.6%

CD86 CD54
JO—94 bXAN—5347
|:> L= (CV)
) CD86/CD54%IR=E
FITCAES AR
or PERE

Activation of dendritic

cells | BT U D2, 2 3BT UEAIED 2BCST,
| U FORAR1DL BT,
! 1) CV250%ERZLVTNHOMRECS VT, CD86MRFIZ 150%
TNF-o. IL-8 1 2) CVZ50%LR2VITNADREICSN T, CD54MORFIZ200%

° %féffflz%auﬁﬂﬂ (AR (I RN S OB IR REUTE

® BB AARIEIDNCB-PUS — MU

® FWIEEREERD, RUVIFL>(PE)>—MRURITOEL >
(PP)> — bzl U




ADRAI[C & H1%5EIE

Depletion (%) Prediction

NAC NAL Mean NAC/NAL NAC-only
DNCB-PU sheet Water Positive  Positive
P55 TE Acetonitrile Positive  Positive
PE sheet Water , : Negative Negative
Acetonitrile Confidential Negative Negative

PP sheet Water Negative Negative
Acetonitrile Negative Negative

Material Extraction

PES — bR UPPS — bEEIE R (ENAC/NALFRIET VR UNACE IR TR E

TIVHCEEEHIENMEENI,

DNCB-PU> — b TlE, ZKRU7ZEZRZRJJL (ACN) OMifHiERICEWVTNAC

AR =z 5.6% (K:41%, ACN:97%) . NACKUNAL®DRI ZHDF1594E

2 4.9% (7K:21%, ACN:53%) ZimizUmTRIET LT IEHIENES NI,
» GPMTLEMEMRIDFER THoT,




EpiSensAlC & HIREE

Run set Dose level I EC (Wiv%) ol
“,\Tose Group Extraction OS(E/ ;""e ATF3 GCLM DNAJB4 IL-8  ATF3 GCLM DNAJB4 IL-8  viability Prediction
: ° (15-fold) (2-fold) (2-fold) (4-fold) EC15 EC2 EC2 EC4 (%)

DNCB-PU sheet Saline 12.5-100
B4 E Sesame oil  12.5-100
0.78 w/v% Clotrimazole ) positive Positive
/ AOO solution control
0.1 w/v% 4-NBB ) positive Positive
/ AOO solution control

Saline 12.5-100 Negative
PE sheet

Sesame oil 12.5-100 Negative
0.78 w/v% Clotrimazole ositive 1 1 .
vk Clotrim i positive Confidential Positive
0.1 w/v% 4-NBB ) positive Positive
/ AOO solution control
Saline 12.5-100
Sesame oil 12.5-100
0.78 w/v% Clotrimazole ) positive Positive
/ AOO solution control
0.1 w/v% 4-NBB ) positive Positive
/ AOO solution control

Negative
Positive

PP sheet

Negative
Negative

* B EXT IR Bz RV ERBR D S B HIE

> DNCB-PU>—MEIREIS/KHIRIIETOREEY—H—TTEY

» DNCB-PU>— hIYHIIH R TATF3(72-fold). GCLM(5.0-fold). DNAJIB4(9.7-fold)(CH L
T&Cut-OfffEZ#B X 2Bz FHRIRDTUEN RSN ([F1%)

> R EBARI THIPES — MRUPPY — NCHWT, FIEEIS/KNRUVIVHAOmHE R TETORK
YEMEY —h—(3Cut-offfiEZz T EIDEMEHBREN T,

> LLNADFER (FIBERIS/KEEME. JYHIEEME) (U TIEVWFRIER>TWS,




h-CLATIC K3 REIE

DNCB-PU sheet [G£¥E PP sheet

Confidential Confidential

BIEXTER (SC) @ THP-1fHREOERmS, HMHEE (10%FBSHHih)
PE sheet BS14348 (PC) : DNCB 4 pg/mL
WAEXTER (VC) : DMSORNIIAENR ($EE0.2%)

> THP-1ifif20fffgFzmY—h— (CD86M&
()CD54) 7ziEiZ
> DNCB-PUZ — McHBWT10%FBS1E il
Confidential HRE3EIDRIETCVWINEIZE (RS
FZER75%L _EORINEESEYF)
> —7. PERUPPS —MIHIF BRI KRES
TEI3EIETICHVWTEEMEHTE

18
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IRITDin vivo REAETEEER

LLNA GPMT
(EEEIEK, Tl T ) (EERIEK, TH)

it it

PR F IR/ N\VT—UIEE

Key event 1 Key event 2 Key event 3

ADRA EpiSensA h-CLAT
(K, ACN ) (EBEIEK, T7iH) (10% FBSHEih)

i P&t P&t

» DNCB-PUY— M3 ERBAFEHER AR BRI EUTAEEDIN vivostBRITY
[Cin vitroEW)RERAEEICFIATIHEETH Do

> PE,PP>— MIEMIRERAEEDISTENRHABIELTHIATIGETH S,

> ADRA., EpiSensA. h-CLATIZENIRERAEEZLLTHERATH S,

> S L3R LICEMREBRREE/\vT— S LU THIIZED S,
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