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AQP:
AP-1:
ARE:
ARE-Nrf2:
BrdU:
CRO:
DC:
DMSO:
DPRA:
EU:
FBS:
GAPDH:
IATA:
h-CLAT:
ICATM:
IL-8:

IL-8 Luc Assay:

JaCVAM:
KE:

KeratinoSens™:

LA:
LLNA:
LuSens:
MTA:
4-NBB:
NFkB:
OECD:
QSAR:
REACH:
SLO:
SLR:

TG:
U-SENS™:
UN GHS:

VMT:

Adverse Outcome Pathway

Activator Protein 1

Antioxidant/electrophile Response Element
ARE-Nuclear factor-erythroid 2-related factor 2
5-Bromo-2-deoxyuridine

Contract Research Organization

Dendritic Cell

Dimethyl sulfoxide

Direct Peptide Reactivity Assay

European Union

Fetal Bovine Serum

GlycerAldehyde 3-Phosphate Dehydrogenase
Integrated Approaches to Testing and Assessment
Human Cell Line Activation test

International Cooperation on Alternative Test Methods
Interleukin-8

Interleukin-8 Reporter Gene Assay

Japanese Centre for the Validation of Alternatives Methods
Key Event

The ARE-Nrf2 luciferase KeratinoSens™ test method
Lactic acid

Local Lymph Node Assay

The ARE-Nrf2 luciferase LuSens test method
Material Transfer Agreement

4-NitroBenzyl Bromide

Nuclear Factor kB

Organisation for Economic Co-operation and Development
Quantitative Structure-Activity Relationship
Registration, Evaluation, Authorization and Restriction of Chemicals
Stable Luciferase Orange

Stable Luciferase Red

Test Guideline

U937 cell line activation Test

United Nations Globally Harmonized System of Classification and Labelling
of Chemicals

Validation Management Team
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HE

BB A E O Z BTl B W CEERFMEEE TH Y | ek, ELEY
N~ U R & FW 2B IR X o TRl S 4L T & 72, 34 EU IZB 1T 2 BRI B
il (REACH) Tl&, 2 v Ea—¥—%HW\WE&REETEER B (QSAR) £ 7 /LX° in
vitro FRBIEIC K 2 REMFHESHERE SN TR Y . BERIC X > TEREENF S
Ty G e b e D IRFE DN EEIE ST 2 E D B AE VRV in vitro FRERTE O B
HEBRBSEENTND,

IL-8 Luc assay %, EAEMERBUEFICE T 55 =B O A X2 N Th 5 BhIR IS
MPEALTBBED IL-8 DR BITLHEZ R L7z invitro RBRIETH Y | WAL KFOFEG 5T &
DEA% SN T, HERRIEFRMIEMK CTH D THP-1 HIIEIC 2 FEO L AR — ¥ —i@\fn &8 A
L 7z THP-G8 a4 v, IEMEARIZHE S Mifla T IL-8 BAE T ORBLEDE|EZ LT T =
TV LR—=F =T vl THMET D LICE o THBEIEEOAG 821 E T 5 R
15T %, 1IL-8 Lucassay 1%, #&% inh /) B FEBAE (OECD) iBRIE T A K7 1 L (TG) 442E
ANNEX 1 @ h-CLAT EFEOFETH Y . FERIZEELO 1 TH % U-SENS™ (ANNEX
D) & 32, TG 442E @ ANNEX I & L CEMRIZ 24 6 3 FEDOFRBRED L S 7,

AFAEFEIL, JaCVAM O FEIZ L > THTONWIEANY F—a VIFRIZ OV TE &9
LN F—r g Ui E ICATM OXRED b AT OV = F e iR #Hi &

DR FE ORfm LR Ea b LICRBRFIEZ L &0, AL RAZMm L2 6
DTH5,

ARRBRIET, NV T — 3 UHFRERTI, T D BRSO TS Ik O B S LR
fThhiz, 2% b EIT/ERK X372 TG 442E ANNEX I I K4uiE, 14 W& % H\WC
3 % CIHME S v, MERR N FHENEOEIL 87.7% Th o 70, £-. 32 WEE VT 3 i
B TITON T E B 87.5% Th 70, 34 WEE MW= 3 Mgkl L DN 7 —
¥a VIR VDT, BRI 75 00D 87%., FRRFEIX 90 205 100%, IEREREIX 79 2
5 91% ThH o7,

AL TIE, AHCTOREREZLELE L, SR X-VIVO™ 15 |2 20 mg/mL DEE
TR ISR S HE SNTEWE T, HIER L2220 WL CTHBEEL R Z 3
AREMEDS B,

I 512, IL-8 Luc assay %, fEKY) CTlIBRMERENE <, FmiEtEANIBIENE & 22 5
ATREMEDN B 5 MR EENE 2 T R EEMERR OB IEHEEN Th D, VYT =T —
BIEE A ILE T 2MEITNE X ET LWEERH L, TLNTT o7 anr7 v
. N T =23 VR TIEZ K IE L < HIE S 7223, IL-8 Luc assay THIW 2 i
DORHEEILRER TH D 7ol 24 C o et n & 5,

PLEDOFRERN G, ARBREIL, BEEAEEDE (UN GHS 1A Z3%) ([T~ T, B
O AR EEAEMEE (UN GHS 1B 7338) TREMZE LT WEHRICH 2720, KIEH
BT OREAEMESREE 73 FE° UN GHS OV 7 77 3V — 3 H~OF I S 7avy, 7258,
AL T 20mg/mL C X-VIVO™ 15 [ZEfEET, R Y OFER & 7o o e G 51 HE AR
Al ETe DM, BUTHERD DIXRHC A E CHEART LR 2EENEmNZ Lo, Btk
FEROHEICHEAZE S GAICIE, FEXMLETHD,



AEEEIT., FROKRBRIEORE 2 RIBREZMET S &K

AR 1 B C 3R AR

PEOHEII AR+ THY . FELOEALH TP OFRERE E OMAEDLETHWS Z &

EHERT D,
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1. #5

FERE A 2R3 2 2 L IHME P E O ZEMF B W TEETH L, L EWE
DL JE T OPEMBIEIED U 27 28 CTPHIT 2Bk LT, £ty FEAWD
B JE AR (OECD TG 406) X0, ~ 7 A% W2 Rt Y o Hizdlik (LLNA, OECD TG
429) /3% %, LLNA (21X, [*H-Methyl]-thymidine BUA & % &9 5 H{ELIAMNZ, ATP &
ZHIE 9 %5 LLNA:DA" (OECD TG 442A) X° BrdU HUA & % H|E 3 % LLNA: BrdU-ELISAT
5 & UV BrdU-FCM* (OECD TG 442B) 28 & % 1),

EU |28\ T, REACH TiX, ZAaMiHMIZEH Tl QSAR E T /LX° invitro #ERIED
ERADBHELE S TR Y P, EUABPESBII (EC No 1223/2009) Ti, ##FERIC L > TX
EMENFHE S oy A Lo bk s O RFE AR IR X du7e P (2013 4 3 H &mifiElT) .
FDI= ., ALFIE O R FREAEVEZHE T 2 REORE R B KD LTV D,

In chemico #ERIE & L T7'F FiEA G ZF|H L7z DPRA (OECD TG 442C) . in vitro
RERVEL LT, 7 7F %A MR OENES T % F 7= KeratinoSens™ (OECD TG
442D Appendix IA) 35 X OY LuSens (OECD TG 442D Appendix IB) , HLEK R E5 2 MR O 7514
{t.ZFIIH L 7= h-CLAT (OECD TG 442E ANNEX 1) & X (8 U-SENS™ (OECD TG 442E
ANNEXID) 73 OECD 725 TG & L TAREIN TS D, b LSMT, R U < HERCRES
FEMPROTEME L 2RI U7z 2 G IEAEMERBR O in vitro 15 CT& % IL-8 Luc assay 23R
LT, JaCVAM FIZT L o TAY F—3 = e Tz,

IL-8 Luc assay 1%, 2 < O RERAEEWE SEHIRRZTEH LT 2 2L 2FHL, B

N EERREEFEMIL CTH D THP-1 HIIBIC 2 FED LR — ¥ —i&fs 1% A L 7= THP-G8
faz VT, IEHABICHED IL-8 ORBEDEIEZN Y T =T —B L R—F =T vk A
XV PET HRERE T, HAEKRFZORG HICX VR S Y, IL-8 Luc assay D3
U5 — g VAFZEDORER D 12OV TIE, ICATM D KB IZ K 58 = H 5l © 235 T L,
2017 45 10 H{Z OECD @ TG 387 & 4172 (OECD TG 442E ANNEX 11I) D,

JaCVAM R JERAEME R E M Z B2 (LU, ZE2) 11X, IL-8 Luc assay D )& &
VEMERRBRAERIE & L CORVERIZ Y PEIZ DWW T, BIEE CICAB SN TV AIE#RA b
IR L= T, ZOfERERET D,

2. BRI

BBREAEIEIL, & b TR B S %, B () TR BEUE L LT b S
(LB D#IED—>Th %, OBCD A% & 7oA EMERBLREE (AOP) TlX, k¥4
BT LD REBRIEIRD 4 SOBEERFG (KE) DR D L Eh T3 7,

KEl: fbEME &2 RV BEDYV AT A VR D WV0IT Y DUk L ot g k4

‘LLNA:DA &%, VU > /REROE5E i % adenosine triphosphate (ATP) Z 512 & L CE®RT 5 LLNA
FLLNA:BrdU-ELISA & i, U > /SEROEEHAIIS % FE B PERERR 0 5-bromo-2-deoxyuridine (BrdU) Bt Y
iAZr & % ELISA (enzyme-linked immunosorbent assay) C/E &7 2% LLNA

fLLNA:BrdU-FCM & (3. U > /RER OB TR SIS % FEHC PEAR AR BrdU Y JA 7 i % FCM (flow
cytometry method) C/E &7 5 LLNA



KE2: 77 F /%A NMTEIT 5 RIEMRZE R LT ARE-dependent pathway |2 & % B 1=
FHEH

KE3: HfikAlfla (DC) D&M (Fr AR i~ — B —DFBL, rEHA 00 A b
B A v DFEA)

KE4: U 2 3Ei2EB1T 5 T Mg orghE

IL-8 Lucassay (X IL-8 BIn F D7 rE—F —Z HWZLR—F—8BInT7 vEATH
V. B E LT DC HEMa~DsrbaE 4 A3 2% THP-1 MifldZ /] L T\5, IL-8 &
Gt D7 1€ —H —FHI%IC 1L NFKB, AP-1 0 ISEE SN2 H 0 | ARERRIL DC BRI
D IL-8 Bl T7 0T —% —% 0T 2 FIEMAL A FEEE & L, IL-8 DFEA & [FHEAYIZHE
2HRBRLMINTZ D,

ARER R CTHEH S5 THP-G8 Mt OFLK Td 5 THP-1 MRIC ISV T, EAEEDE
DORIZ X0 IL-8 FEARFEIND Z @ ST g ¥, IL-8 (XRFEM Ao bf HER
EEER T TH Y . BEIERSLIZIT RSB T 2 FFEROBEN VLA TH H Z & nHE
INTNDZEMNE ), IL-8 IFRPT~DIFFERENEIC & o TEIERAZIZE S LT b b
DEEZLND, £, IL-8 EinfO 7 0T —% —EINIFET 5 NFKB (3ff~x D6
PRI D o3« TEHEALRLRIEICE 2R T 2 AT 4 = —F—L L THIbIL, IL-8 %
DY A NI A WO, DC OIEMEARICEET 5 Z L bFbh TS 19,

PLEDZ )36 IL-8 Luc assay 1ZEAENE AOP 123517 2 KE3:APRAA D TEMEAL % 3
BT 2R ENESITDHZENTE D,

AL T S 45D THP-GS flifldix, h-CLAT Cffi ] 415 THP-1 fifaIZ IL-8 7' e —
2 —THIEI & 5 SLO &fn+ & GAPDH 7' 1 & — 4% — CHIl S5 SLR &fn+F % &2 1E
AN EA L7ZfiaTH v . SLO (Amax = 580 nm) 33 & O SLR (Amax = 630 nm) DF % %
NENIZHIGE LT 7 4 V2 — %3 LIz X ) A — 2 —THRIE L CTEIEN O
ZHEST W, —HoOLy 72T —EBULR—F—#BIETD9 5, GAPDH V' rE— 4% —
THIEE X5 SLR BAR 1 ORBLEITHNAGFR ORI A, IL-8 7' 1T — & — {7
P SLO BB EDMEICHP I ND,

3. RERFIEHE

IL-8 Luc assay DR FIHI L OHIEIL, B E 2% L2 IL-8 7' uE— ¥ — Tl
=% SLO {51 & GAPDH 7' 1 & —# — CHl#Hl 315 SLR &5 1% ZEMIITEA
L 7= THP-G8 MifiZ31F % SLO B &L 1% SLR DRI EMATIC L » THEMEN 5,

3-1. THP-G8 Mifia D ¥eff . FX3EIs K OB M R al R

ARETHE, BRASHEY — B — =5t (BH) LV s Sh T\ % THP-G8 #ifid %
AT 5, Mgk, BEIR%E, MREE L T12EE LT 6 BEMNOBEHNAETH
D, AR OHEFHEE IC K DA, BERIUICIENR D OB E ORBA FTRE L Bl S
%, MIEETERTHIE LTk, RPMI-1640 O SERERTHIIZ MR 7 LT (FBS : IR 10%)
Penicillin G (]2 £ 100 units/mL) . Streptomycin (&2 100 pg/mL) . Amphotericin B (&

13
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JEFE 0.25 ug/mL) . Puromycin (F&H2FE 0.15 pg/mL) 35 & T8 G418 (CAS:108321-42-2, &
J£ 300 pg/mL) ANz 726 DA%, SBRBIGARTITIZAIEIZ I T 2 Ml ie o0 BOGHEffe
BEEMTDHRETH D, STEOHERIL, Miaz iR 1 ~2 3 b L<IiL2~4[H
ORI BHTER FRE Tdh D 4-NBB(CAS:100-11-8, HEE 99%LL E) 35 K OBEVE xR
WMEToH D LA(CAS:50-21-5, #HE 85%LL E) Z# VW TIT 5, 4-NBB TR (Ind-
ILSLA 7% 1.4 LA E) ., LA TEEMEIS (Ind-ILSLA 728 1.4 K 0K\ 278 L7 flifld O A % AR
FRRITEE T 5,

AREREMATIC, THP-G8 % 2~ 5X10° cells/mL OFMIIIEIE TR 7 T 2 2 [ THEE L,
48 B H L <1E 96 FEfES %5, RBRHIZ, 1X10° cells/mL D¥EFET 10%FBS &4
RPMI-1640 (FLAEMEIIA - TV e \W) ICFHIRE L 72 THP-G8 Miid % 96 7O KRG 7 L
— T 50 uL oMz 5 (45 well & 7= 0 OEALHIIBELIE 5% 10* cells/well) ,

3-2. HERME I KL O RRIE oL (B 1)

BRI E B KO IR L, AREBY B ISR 95, IL-8 Luc assay T, #BME ks
F OG5 BRI O FHBUEAR & LT X-VIVO™ 15 (Lonza) D B HEE S T 5, 7=
721 X-VIVO™ 15 Z lWe GG O MBI ZGEN 32 7 — 208 Z L, £72, DMSO &
g L7256 X-VIVO™ 15 OIEFEEE TS W EE MR 19 726 X-VIVO™ 15 D f
FAMEEIENC X R O RN H 5, HA K74 2 TiE, X-VIVO™ 15 DAt DA (DMSO,
IKEE) R R AT DR RN Y BN FET AL, AL LIV ER
FHEnTWs, £9. 20 mg OWBRHE % 1 mL O X-VIVO™ 15 (ZIEME £ 72 13508 L
(20 mg/mL) . ANT v 7 ZAIFH—IZTHL FHHL7%, S 42 VO CTRoR 8 rpm,
FIE (K 20°C), 30 T 5, ERRTETHIEM LR WEA ., HBRYE N2
RS D2 0EE LT HCRIEN S O D £ CREREMRZ1T 5, #EBRWEN X-VIVO™
15 ISR+ 53581, 85HI1C X-VIVO™ 15 T 5 &R L7725 D% Stock solution (4
mg/mL) & U CLAREORBRITMAEN T 5, #BME D X-VIVO™ 15 ([T L2 WIGEIE,
PRHFREE T & 512 30 oy L BHEE L7248, 15,000 [A1H85 (59 20,000G) T 5 4y iz D5y B L .
S5 b7z E¥E % Stock solution & L CLLBEOFRERIZEH T 5,

MIERRER T, AR FHENER X ORBHEEO H 2B EEZ R T 572 0IC KT 5, Stock

solution & X-VIVO™ 15 % W CAM 2 TEERAIN L THE O 11 BEZHRIT 5,
53 5T g BRI E R & 50 uL/well 372, 96 FOREREA T L — MZEMNL TV DM
RZIRINT 2, #BRE DS X-VIVO™ 15 [Z¥RT 256 | #BME O KR FE1X 0.002 7>
52mgmL L7225, —J, WERWE N X-VIVO™ 15 (25 2IEM L2 WA, $5RY
B ORPREET X-VIVO™ 15 (Zfafn L 72 E &I AF S D, 2 [B1H LARE OB Tl,
1 A1 2 OFRERFE S 2 % 2 T, Stock solution % CV05% D 4 {ZE\WVEE L35, FIEIFRER
DR E T Inh-GAPLA 7% 0.05 K VIR 2 b o 7235613, 2 B HEFED Stock
solution & FJ[EIFER & [F] CIRE 29 5,

2 [B] H LABE OFKBR CTiX, Stock solution % X-VIVO™ 15 C 1.5 (5B HEA IR T2 = Cill

§ CV05 &1, Inh-GAPLA 7% 0.05 X V&< 72 % Bl Br



WY 5, R R, FRELD 4well TORET D,

4-NBB Z#ELERGMEBBE E L, 20 mg 2 1.5 mL F=—7HNT1 mL ® X-VIVO™
15 LIRA L. 8 rpm LA N OFEHE T 30 40 LA B#EFRE L /2%, 15,000 [H#x (59 20,000G) T
5 LAEET D, oLz RiEE UBEORBRICHEHT 5, X-VIVO™ 15 ZH\ T8
BRI LUV 16 AR L. 50 uL DA RIK 4 [F 5 D THP-G8 Ml & & & 12 96 /O ER
B L — MR L (4 well/JREE) . B L72%% COy A v F 2 X— X —NT 16 REM K&
EH, V72T —PEEERRIET S,

LA ZHELE[EM M E & L, 20mg % 1.5mL F = —7 N T ImL ® X-VIVO™ 15 (Z
Wi SE 5 (20mg/mL), 52 X-VIVO™ 15 % T 10 %748 (2 mg/mL) 35 L1820
AR (1 mg/mL) L. 50 uL O A7 RIE % [F 8D THP-G8 Afd & & 12 96 /OFRREA T L
— MR L (4 well/ ) . BB L7-14 CO A v 2 _— X% —PNT 16 B UG S,
Ny 7 =T —RIERENET 5,

RO LRI OGN  BRMS E T A RT — RS LA, T OY
BafBwmE e UTHEA L ThEDRY, U= VOB E SRR E i <Ted, 7
L— e — LT 570 EOMWE LT,

15
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X-VIVO™ 15 {2 20mg/mL TIFMET 554

If the chemical is soluble in X-VIVO™ 15 U
(15’( run ) a dllutlon factor of 5
20 mg/mL Stock solution

a dilution factor of 2 (4 mg/mL)

HHHHHHHHHHH

1 mg/mL 4 mg/mL
2 mg/mL
l Add to cell suspension in a 96 well plate (50 pL : 50 ulL)

e e e e e e e

0.5mg/mL 2 mg/mL
1 mg/mL

Determine the highest concentration of the following experiments

1 CV05; the lowest concentration at which Inh-
2 A GAPLA becomes <0.05 (the concentration of

’ stock solution x 1/dilution factor (X) )

J

Final concentration in 24, 3 and 4t experiment

Inh-GAPLA

1 mg/mL 4 mg/mL

Seessswwansss 0.5 mg/mL 2 mg/mL
2nd, 3rd or 4th run H
dilute
4xCV05 (4 x the concentration
X-VIVO™ 15 control |

a dilution factor of1 5 of stock solytion x 1/X')

HHHHHHHHHH

Addition to cells in a 96 well plate (50 uL : 50 ulL)
2xCV05

e e e e e e e e e b




X-VIVO™ 15 {Z 20mg/mL T L7224

If the chemical is insoluble in X-VIVO™ 15 @
Rotate and

18t run
( ) 20 mg/mL centrifuge x] Supernatant
A dilution factor of 2 I CSNaCK Sonltion)
x1/1024 x1/256
x1/512 x1/128 x1/32 x1/8 x1/2

Add to cell suspension in a 96 well plate (50 uL : 50 ulL)

ﬁlﬁlﬁﬁﬁblﬁl:llﬁl:lﬁl:l

x1/2048 x1/512 . _—_—
x1/1024 x11256 x1/64 x1/16 x1/4 Final dilution
é ) CVO05; the lowest concentration at which Inh-
& GAPLA becomes <0.05 (the concentration of
o stock solution x 1/dilution factor (X))
(=

" /
02

oe NE

Final concentration in 27, 3 and 4% experiment

x1/2048 P e p—— x1/8 x1/2
0 x1/1024 ‘ 1/X i x1/16 x1/4
2nd, 3rd or 4th run E e—
dilute
l Y VINOMAE control | x1 4xCV05 (4 x the concentration
a dilution factor of 1.5 of stock solytion x 1/X")

HHHHHHHHHH

Addition to cells in a 96 well plate (50 uL : 50 ulL)

200V05.
ﬁﬁﬁblblbﬂ:ll:lﬁbﬂ:lﬁ/

17
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The positive control : 4-NBB (insoluble in X-VIVO™ 15)

D a dilution factor of 4
—
Rotate and

centrifuge Supematant x1/4

20 mg/ml X1

dilution at factor of 2

%
| | 1 | | | | |
el | I
x1/16 x1/8 x1/4

X-VIVO™ 15

control Addition to cells in

l a 96 well plate (50 uL : 50 ul)

| | 1 | | | | |
| 1 | ] | 1 1 ]
X-VIVO™ 15 x1/32 x1/16 x1/8

control

X 1 BRE 6 X O IR E oo i B

3-3. PRERMIE J5 KON BRI O IR

3-2 THRE L 748 E ds L O A E 2 Ml i & 96 YRR R AT L — FNIC
T1:1 TRA L, 37E1°C. 5% CO, &M FIZT 16+0.5 RFfHEE T 2, IO @V
BRI IR L 0 OB ENR TR X & RGN E LD AREMER H 5D T, 2D
L DOPERME L IXBIDEMD 7 L — M THEREIT O,

WRE = C RN TR 572018 2 ~4 BORBREIT O, KRBRITH 7= 7o d
SR B R s X O &2 W CRITR AT 9,

3-4. L7 =T —BIGVERIE

N T =T —BIEMRITINT T AV F —a i AT 96 SOHIERA T L — ML ) A—

Z—Z AW THET S, BERNILVI /A —F2—ORIER LM OMAIEZ AR X

@ﬁé%%wv7:§~€%%w1%mﬁézgﬁ%é

AT A7z 100 pL @ Tripluc® /vy 7 = 7 — B HIERIK = W8 E . AR 720

Lﬁ%% 54 WREE LSRN 3 2, 7 L— MI@E O FERENEE T (] 20°C) T
SR E O Licth, VI ) A—X—THIET D, EWHLILE well 3BT D7 11

X —1F1E T (F1) &, FEFTE T (FO) CHRIET 5, MIERRE & LIC Tl HEE Z2H 7

Do

o IL8LA : /LI 7 =T —EBIEMET, IL-8 V' mE— X —{EMEZ R,

e GAPLA : RV Y 7 =7 —BIGEVEM T, GAPDH 7' 1 & — & —i&ME Gl A 173 5
L O E) &R,

e nlIL8LA : E&A%GmmAT%Lt1T MRS L IdMiats ) —~ 7
A R LT OKIBRFEXIZBIT 5 IL-8 7' 1 ' — ¥ —{EEERT,

e Ind-IL8LA : #ERW'E %ﬁ L7/l 3815 % nILSLA % MEALERHHAL D nILSLA T



BRU7-ME T, PR ERRIC L 0Lz IL-8 Y u e — % —IEHOREZ =T,
e Inh-GAPLA : GAPLA DO[HEAE, #EWE 2 REE L 7-MlgiZisiT 5 GAPLA % &AL
PRAMAE D GAPLA TR L72fE T, #BRWEREIC L D2 MIREEDORE Z/RT,

3-5. T — X OENT

WIE I LU T O FEE TR 72y LR 2 fIlr 3~ 5,

Ind-IL8LA 7% 1.4 LA £ T 95%(EHIRA O FER2S 1.0 L B2 7R3 98 E & 151 & HIlr
9%, —F T, Ind-IL8LA 7% 1.4 X VIRWGE D 95%IEHEIRA O FER2S 1.0 L 0 v
Ba. b L2 0m T OSA BN L HET 5,

3-6. THIJTIE

4 [ DAL U 72 3RERIZ 3N T 2 BEDRGMEROG 23R8 B V7o B G 1A EE R ME &
T 5, —J5 T, 4EOMIL L 7ZRERICIH VT 3 EOBRMEISHARD b - HA 3R IE
PEREME &4 5,

& 1 Bthds KO ROS I o A 7E

1st run 2nd run 3rd run 4th run Final prediction
Positive Positive - - Positive
Negative Positive - Positive
Negative Positive Positive
Negative Supposed
negative
Negative Positive Positive - Positive
Negative Positive Positive
Negative Supposed
negative
Negative Positive Positive Positive
Negative Supposed
negative
Negative - Supposed
negative

F 1 TRalE & SR E T, 20 mg/mL B E12 T X-VIVO™ 15 [ZIRE L 7- 4%
BRI 2 O Z & RS HIRTT 525, R L7 WHEBRME I OV TUIHIEAR AT &
T2,

19
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Positive

Chemicals Soluble at 20 mg/ml Negative
Supposed -
negative )
Should not be
Insoluble at 20 mg/ml considered

2 EAEMETHIE T L

3-7. BRSO G

IL-8 Luc assay (2B Tid, L FDORUEDRLT D HEN H D,

o HBRIEIZERE T D IGIERRME (4-NBB) D072 < & % 1 2 T Ind-ILSLA 23 5.0 &
D E,

o ABRIFICRRE T B Akt B (LA) D4 T DOJEE T Ind-ILSLA 728 1.4 X 0 K\,

o XX (RHME & Tripluc® iXd 0, HEREILMALE) (28175 GAPLA OEMEER
KFHRIX (50 uL/well @ 10%FBS & A RPMI-1640 (Z 50 uL/well ® X-VIVO™ 15) ® 1/5
FXVEWT L — NMIBARA LT 5,

o BEIAGIHRIX 36 L OMEBR MBI IE S X D4 T DOIEFEIZH 1T 5 Inh-GAPLA DOfEAY 0.05 X
DIRWT L— NIRRT ET 5,

3-8. ARBRFINEI L OVHIE T IEICBE T 2 BEIR AL 2 F5 45 & L 7l akih & o b

ARRBRE IR OIEM L 2RI LEREETH D 2 L b, [AERCBHIR AR
DOIEPEILIZAE B L7z h-CLAT X° U-SENS™ L D i 23488 S v b, Lo L., h-CLAT 3
F OV U-SENS™ 73 il R i HUR O FBUZ A H LT\ b —J), AKIETIE IL-8 BinFDTE
PEALAREE S LTS 72, MHE A2 MR T 2 FIXR#ETH D,

IL-8 Luc assay D g K OFI X, BE R O EHE L & BEoffElich 5 &5 2 5,
h-CLAT & U-SENS™ 732 E 74 24 KEffd6 LN 45 RO # 2 LB L T2 D123 L.,
IL-8 Lucassay I 16 FFfH] T T L, #E S IIRAIHLMICTH 5, M DOMERAIZ & — XAy 72
Bz W TE Y, MARBEESLTM S h-CLAT 3 LN U-SENS™ L A4 L& 2 b b,

—J7, B L LT, AEORREE A L L CHER SN TV D X-VIVO™ 15 [ZyEfE L
TRWEERE TN T, HIEA T I S D B ET Hild,

4. FEE

Phase 0 (3¢ & #inth O FEAf) 38 X OY Phase I, ITa, IIb, Ilc, III, IV(6 DDV F—3 g
VHEZE) A3, JTaCVAM EETIThI Y, W\ TAY F—2 g UEERICE LT ICATM &0
SR L D5 =F N O 22T 7,

4-1. PN
Phase 0 & LC, &9 % A, B, C ® 3 figk 2> FEfEz%H> 5 IL-8 Luc assay D] %
=T, RAEMEYE O 4-NBB, Tetramethylthiuram disulfide & FERAIEMEME D LA D 3 )




B aEZNZHAHE L7 (LabA (X2 [F], LabB % 1\, LabC L 3 [E]), At 18 [ADFEER
? 955, Lab A A UN GHS 1A T 5 4-NBB & FEEAEMEWE & 1 [BIRLHE L= DAMEIE
LSHIE ST, N T — 3 UFEITERES (VMT) 1X IL-8 Luc assay O i #iatE DOk
Rezbebol LY,

4-2. BB

Jit 5% BB 2 e 5 72 012 T 7z Phase [ IZEB W T, BIEMEREMEOMEICE L
TR RHERTH o728, Bt OWEICE L TUIRBREMEDOR RN L <. Bt L 3 55
W PREEEIDH, I S BRI DA ¥ 2 _X— g VIER, B IR OB FE R C &
VMT 72> 53R 8 54172, Phase Ia 7> 5 Phase 1L 2BV T 2 ST D #EN K H iz,
S 51T, Phase IV I[ZB W THBME OE L D 2 /37 B (FBS %) ~DfEEIZ K D8k
B m A 2D LRI A I S 3 BB TR % DMSO 225 X-VIVO™ 15 |2 L7z
FER. PHKSE LM BT 25 Z ERHLMNE 2o, HIFRBERIEORE S A2 R & . Appendix
1 DEMHEIZZ O OHBEZOERTHD Y,

I, Phase EDOUWR DRA » b EFERIZTOWTIRS, Phasel %, KD IL-8 Luc
assay 7' kL CITboiiz, 3 Mgk Ok MBI 70% T > 72, Phase Ila Tli,
FIRIREE « AREENEE I N, MixMHEBEX 70% Th > 72, Phase IIb (%, £7#
RFREMEIE S 47z, Mk AR T 86%. Jaak N FFELIEIL 78%72 - 72, Phase Ilc 1%,
N T 2T —BIEWED 7 T4 7 ) 7HIMEE Sz, MiskMHEHRMEIL 86%. sk N
BUIMEIX 71%72 572, Phase Il THA V7 =7 —BIEMHED 7 T4 7 U TIEENINZ
Siv, Mk ML 95%72 572, Phase IV TliE., THIMED M % B AICIALBES X-
VIVO™ 15 [Z8 T &7z, MEsxMAEMEIL 91%, XN BRI 93%7E -7, 7272 L
ZHUE S BOBRDOERTHY R+ Bz oniziod, RiHiETIE, ARBEORH
BT DMSO & X-VIVO™ 15 Ol 5 DOFER L 0 FFii L, 24 &l L7,

N F— g UHFFENRZ < O phase /%72 &b, FANIKIT NN T — 3 VIR
T u havogiEbETo TEL 2 EOEEENRB I N,

MaEx N & s M O FEMEIT VTS . @A 16 IEfE] O Phase IIb, IIc, MI(LL E DMSO
VAIE) 35 X O Phase TV (X-VIVO™ 15 V&) OfER%E 7 Z 47 V7 31X VML CH
M, L7eRoT, wHEE L TR S 2 F¥EH (DMSO & X-VIVO™ 15) O R % #t
A U CHBEMENFM &7z, 72235, Phase IIb OFERIZANY F—v a UK THRICK
DT ITAT VT 3ICESOTIl ST,

4-2-1. Jgx PN ELE

M F% N FFELMEIT Phase TIb, e 38 X TNV O R (Appendix 1 ZHR) bR S vz, i
RN B Lab A 28 85.7%(12/14) . Lab B 25 91.7%(11/12) . Lab C 25 85.7%(12/14) .
¥) 87 7% T D 3 VMT O T ANEENE(85%) i/~ LTk, KAEESITRY L
Il L7,
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4-2-2. Juex HEELME

it 5% ] P B 1% Phase TIb, Tle, T 35 & OV O H (Appendix 1 Z208) D HEH & vz,
MEFE M FBPEIL, 87.5%(28/32) TH Y P | VMT DT AFLFENE(80%) Ziii7= L CTH 1 |
AREBEIT Y &I LT,

5. IEfEE (R R K OVRRRE)

NYF—varfEEINNCLD &L 34 %HE (PhaselIb 2> 5 Phase IV, Appendix 1) % f
WTC 3 iR TIT OIS Tl EEIL 75 005 87%. HEREIL 90 725 100%, IEHEE
X 79 205 91% T - 72,

FiEfEER L. DPRA. KeratinoSens™ 3 X OV h-CLAT THETSNW/=WE 2 #@ET 5 143
MEIZHOWT, ka7 m hav (T4 K74 UG AR X-VIVO™ 15) 12
BV, IL-8 Luc assay #17o72, ZDfEF% LLNA B LUk hOTF—& Lig L7 9,
143 WEHHIERFI O 25 WE A2 FR< 118 WE % LLNA O 7 —& 'V L bbilig4 2 & | s
96%(92/96) . FFFLFE 41%(9/22) . IEFEFE 86% (101/118) T o7z, 143 ¥'E )~ O i F#
FS D T M EBRNZ 136 WE D, X LICHEARAIO 23 W RV 113 WE %
LLNA &35 & B 96%(92/96) . FrFLEE 53%(9/17) . IEMERE 89%(101/113) T
277,

ERDOT—=FIBHL90MED DL, HERRO 14 WEEZRLS 76 WE TIX, EE
93% (54/58) . HFrHEE 39%(7/18) ., IEMEE 80%(61/76) T~ 7=, WHAFIEID 6 WHE &
PIEARF D 13 WEZFRLS 71 WE TIE, B 93%(54/58) . FFELEE 54%(7/13) . IEMERE
86%(61/71) ThH > 7=,

6. T ATRE 72 W' D i

IL-8 Luc assay D/N Y 77— 2 Ui E Y I REMRICH W TRF Sz 143 B
ROV RSN RSN TS, Tt RIEFBLYOEMATH S DMSO &, FF
M E DYEFRIE DS FED =D NS Z & & LR X-VIVO™ 15 # /R Th
5o ZTHNHITMA T, VMT & OiEimd Tl 7LD EE (Option 1 2>6 Option 2) 72
EM T, NY T =g VHAEEPICIE X-VIVO™ 15 Z H\ 7= Option 2 OFERENA
HOETRIZEELN TV,

THIET MILLTO X H ICEFZES N7, Option ] TIE, 5 1 N HH 4 [@F TOEER
T, 2 FOBERBREZRLEGAEIBEEHET S, 3 BoRERBREZR LSS

[Supposed negative] &9 5, ZOHFT, 1 [EOFER T Inh-GAPLA<0.8 DILFWE
&, Inh-GAPLA=0.8 T X-VIVO™ 15 {2 20 mg /mL A[IADOWE 13t & 5Eili4 5, Inh-
GAPLA=0.8 T X-VIVO™ 15 |[ZRE T HAVZHEEAR A & FEAMT 5,

Option2 TlX, % 1 B 4 B E TOEER T, 2 BIOBGEREREZ R L2 X5
EHIET D, 3 BIOBRMER S EZ R LY A [Supposed negative] &35, ZOH T, X-
VIVO™ 15 (T 20 mg/mL D TRYE TohIVTFEME &M L, RETHAIUTHE R AT &
A R

BALHYIZ Option 2 M- S22y, 2O FRIET LTl #BRPWE DY 20 mg/mL T



T DNENEPERERMEL L, POERETHLHRTEGICHB TE 52 L2517 T
Wh, Lok, ZOTFHMET VORMKEREZ A5 & JRIEO RN I L OV [ B
OHEELERETEHEL TR L, T LAIERE & EEITARICH EL, FHiOMEREX
FUEEBERZIRVENY T =y a vEEIIEREE ST D

ZORO—EIZRENE (T A T4 DRLENEI E”i.“biﬁb\)ﬂ WD BT T2
BRI iR L CIEIE L7 H D73 Appendix 2 Th D, 143 WHED S H 25 WHE (LLNA T
BHPEZS 11 B, BatEDS 14 W) DVHIEAR A CThH D, S HIT, 5SWHE(LLNA TT T
) 1. W b MmN 2 R R i AR O E CE AN TH D, R, HIE
AR OFIZH D 2 WE (LLNA T THIE) IXRREARY T, EHEMESMNC b EER T
Wb,

IL-8 Luc assay CTaFflli L TW % 143 WHE OHIE T IER XL OBEARO LI > THIED
FERNED LY ICEIL LT E, N T — 3 S 217 H (Appendix 16. Table S2
Option 1) 3 L1269 H (Appendix 16. Table S2 Option 2) DT —X & H LITF L DIZD N
F2Thd, EHIT, AFHliFE Appendix 2 (ZHiE 72K D 143 WEOHEDOHER A £ 2

OWENSEAREINOWE EZRNCRERICE L DTZONRE3 TH D,

WTROREZRLTH, A% DMSO 725 X-VIVO™ 15 [ L7z Z &I K - T
FE. IERERE, BRORFREIIRELS LEDORNoT,

I E H k% Option 1 (Op-1) 7> 5 Option2(0p-2) ~EE X722 LI L - T, BENRS S
WZE< R FFREITKRS 2oTWD, ZAUTHERA(FA K7 A > ETIEREMETSH
Btk T4 72 < “Should not be considered” & EiL, NU F— a3 UREEDOR P TIX

“inconclusive” & SN TWD) & SITME D3 B0 6 BRAS G A & [FIAR) STz 7z
HTHD, ZOZLITED, FIZ LLNA b 07 —& CIHEEM LFMMEh TV D
WIE DBRIMEAS & 72 DR D E < L ORERAVIC IR E ORI EA L T L E o T
Bo LTeido T, WM ENEIEMERETH D Z L 2R T ORBRIZHE VLTI, X-
VIVO™I15 OFEMBREY TH D &2+ 0eT =2 N EXLBND,
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¢ 2 IL-8 Luc assay Calfli L TV 2 143 W& OHIE DO HER®

Fa gt N
LLNA COME DMSO X-VIVO'™ 15 Op-1 Op-2
Sen 82 92 92 92
Sen
(107 CFZ}E) Non-sen 25 15 9 4
Inconclusive - - 6 11
Sen 11 13 13 13
Non-sen
(36 WE) Non-sen 25 23 16 9
Inconclusive - - 7 14
R RS 75 80 83 86
(%) (107/143) (115/143) (108/130) (101/118)
T 77 86 91 96
(%) (82/107) (92/107) (92/101) (92/96)
FRELEE 69 64 55 41
(%) (25/36) (23/36) (16/29) (9/22)

R F—v g VIREE21ITEB X269 EORT — X 24 A, Sen : Btt. Non-sen :
. Inconclusive : HITE AR, /NEE 1 U TA

# 3 Appendix 2 ([ZHE 72 143 W OHE OHER®

LLNA ngﬁg DMSO X-VIVO™ 15 | (Op-1)™" Op-2
Sen 82 92 (92) 92
Sen Non-sen 23 13 (6) 4
(107 ¥8) | Out of AD 2 2 2) 2
Inconclusive --- --- @) 9
Sen 7 8 (®) 8
Non-sen Non-sen 24 23 (17) 9
(36 WE) Out of AD 5 5 (5) 5
Inconclusive --- --- (6) 14
IEfife L 78 85 (89) 89
(%) (106/136) (115/136) (109/123) | (101/113)
R 78 87 (94) 96
(%) (82/105) (92/105) (92/98) (92/96)
FeRLEE 77 74 (68) 53
(%) (24/31) (23/31) (17/25) (9/17)

*Appendix 2 DT — X HfEH . 2 OWE N i A OWEE A RO T IEMES N
RO HIL TV D, Sen : B, Non-sen : &1, Outof AD : i FH#iPHA¢. Inconclusive : ¥|
EARR ANEGE LU TN, TBIRERR T — 4



BRI & LT, MM TORIGELELETI2RBARTHH720, X-VIVO™ 15
20 mg/mL DR E T L2 W EMEOWE ITHERREL 725, BRBRIE T, BaILR
fRL7eWIGE, O THhHEYEZRE 4T 2720, MHREXNRHATHD, X-
VIVO™ 15 |2 20 mg/mL D2 TEEMR L 72V % EAENERRME &pIr 9~ 2 7o 121X, 58
BN LR TR 2 22y BIET OB EREOWEEZ T 572 EOB RN
PLEND, 72720, BFHERRILA H VI OBEE L EHA e L ST D,

NYF = g3 URFRIZEBWTT, BERKDOGREYERR Er o T, FEiEMEANT, %
Btk & e D RTREMEN B D, S BIT, T = T —BIRMEIC T T LA WITIE & 1
TOHHREMERH D, U EXV, BREKY), REEEAB IOV Y 7 = 7 — BRI T3
THAWITEARESNTH S, TN T T (B VIEHEE SN2 WE) 7
NI T (PA50 I KD MHENEMA LA LB L T 5WE) ICBE L Tid, 2L E TOMET
LS BELLHEEINTZ (T UATT U I/, ZTu 7Ty 66, BXOT7m/7 Lo
7T 6/8) Y, Lol AEOMRBERIZRENTHL D 72d, KRFTOTmTT
VRTUNT T AZOWTIIAREE L LD FREERDH D, - T, Tanry 707
LT T v DRTRENE DN & DAL DREMERE R OMPRITTEERLETH 5,

7. AR E R

ARIETAIR IR &V X ) A — 2 —EfAG b EEEERRIETHY . L
A—=F—% AL, ZOEMTERA LMK ChHIVUXEMTRE L Bbivsd, 7272 LAR
BiklL 2 AREENOTD, ST 27 4NV —%ET D LR TE D85V
A= —=DBDETHD,

AL TE 2 D72\ invitro DFIETH Y . [RUHMOTZOIZF N S 28
FEBRE S K TEWOEE R OVEBICET 515 BEO 3Rs OfEME AL T
W5,

IL-8 Luc assay FEMi DFRIZMEL & R DL B IZOWTII 1 T v e A H720 K27 75
M &FE S 41, LLNA([F#) 10 ) KV {REHTH Y . h-CLAT (K 2 ) X° U-SENS™
(4 1.8 ) LIREFRRE Th o7z, — 5T, ARBRE I IZ 4272 THP-G8 AifalX
—E 7RI N 7 TR b TR 57, BUR ClItk sty — v — o — i 5E T
DHPHANFARETH D Z &0 6, il T h-CLAT X° U-SENS™ Tfi H§ =41 % THP-
1 R°U-937 &bl L CHEIEICR D AREMERH D, 610, AFRICIERASHt Y —v—
TG & RRIESRK (MTA) AR 2 48R H 0 | BT MTA(2018/2/9 f1) TiEAk
RBRTE & FEhE T & D O Z AR EBRIERS (CRO) LIS CHINR R 2 2 A L. H HAHM
oz h5a LB Mia R by 7 ZERATREZR iR T D, 2 9 L7z mUd sl i OB
ICHETAREATHLEBZ2 b5, BRI OV TIX, IL-8 Luc assay |5 4 H
M CHEMEARETH Y . LLNA (A 1 ##) . U-SENS™([H] 6 H[#) <> h-CLAT ([7] 6 HfH) X
DEHITH o7,

AFRERIEIT, BB O S & R 0 72 6O O ERRE HUHE A 7 2 (TATA) 12 B W) T O 3 BRE &
MAEDED ZLITE Y BAEEYE & IEBAEME & OXBNAER T2 2 & 236
THDH Y, UL, SBEEIMEEWEIC T, BREED S i B CRAREME D
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TENE LTV WEIJ? LD, AIEHIMT ORI UNGHS O% 7 7 =
U =3B~ DI NI S 720,

IL-8 Luc assay %, EAEMERBEFICE T 55 = BEBEO A X2 N Th 5 EEIRMIE S
PEAL T DB IL-8 DFBUTHE LRI L, (LS E RIS X3 2 IL-8 FEEEZ LR —
2 —BInTT v BANT L > THEBRYE O 2 G IEAEM: 2 Bl 9% in vitro RERIETH 5,

ARk &5 THP-G8 #llal%, h-CLAT Tl S #1725 THP-1 Ml (BEER R LS 4
fd) 12 IL-8 7' mE—% —TCHilfl 45 SLO B 7 & GAPDH 7' 1 & — % — CHilffl &
% SLR Bin 2 ZERIZTHEA LT-MaToHh Y . SLO (hmax = 580 nm) 33 & TF SLR (Amax
=630 nm) DI Z2 ZTNLIUTHIS LI T 4 V2 —Z3E{ LT X ) A—2 —THr Rl
L CRIEMOAELZHET S, HOLy 72T —PULR—FZ—EBRFDIbH,
GAPDH 7' 1 & —# —CHilffl S 415 SLR BIE 7O BLE X, MlaAFROFMIIIZ .,
IL-8 7' 1 & — & — k{71 SLO BHEDOHHIEICHH I 5,

ARRBIET, N T — g VRIS T D BRSO RIEE TR T L O BE
REPBBEITDNL, ZOMEE S LITERR S L7z TG 442E ANNEX I 2 KA,
14 W& 2 FIN T 3 ftigk T3 S AV 7 s N AR BLE OS850 87.7%, 32 B 2 VT 3
fiig T M S AT fi R BN O F11% 87.5% Th o 72,

TG 442E ANNEX III CT/R S U7 8ER X-VIVO™ 15 Z vy, 7> TG 442E ANNEX 111
WO TFRET M EIIE, LLNA OTF—2 R d D 143 WEIZHOWT, HERATD 25
WV 2 B2 118 VB OFEA Tl JEE 96% (92/96) . i FLE 41%(9/22) . IEFEFE 86%
(101/118) TH - 7=, AP 7 WE R L OHEAR T 23 Y- & bR\ 113 9- Tk
JJE 96%(92/96), FERLIE 53%(9/17) . 1EFESE 89%(101/113) Th o7, 143 WHE @9%
EROT =200 5 90 MEIZOWT, HIERFD 14 WEZFR< 76 WE OFAM T
JEEE 93% (54/58) . FFFLEE 39%(7/18) . IEMEEE 80%(61/76) T - 7=, 1@ MHLHS 6 ¥E
BLOHERF 13 WE 2R 71 9 TiE, B 93%(54/58) . FREFE 54%(7/13) .
EMEE 86%(61/71) ThhoTo, ZD 143 ME A R LRV | AL 2 72 bW O W
BAEMEO TRINARETH H Z BRI TV 5,

IL-8 Luc assay DFBRIEIX, IAH CORILEZ LELE T HHBRATH 5720, X-VIVO™
1512 20 mg/mL DR E THMR L 72 WIE R RO ITHE R L 72 5, X-VIVO™ 15
ZHWHIEA, Tl SR E N D2 L DMSO &bl LR EREE R
FORFREICREREWVTAONZZN LD, X-VIVO™ 15 (3K & LT DMSO X
DHFIENL TS EIT—BHICIEE XA RV EARZERITEZ X TN D,

RTEEASEOMBREEZ S XE T X5 eWE, BEAY, Vo7 =T —BIHHIC
T 2WER LITEAGGENCTH D, TNATT o7 unrT B LT, Al
BIZE DB TIZIE L B SN TV DD, RO NREHREIZREN TH L2, IF
PEALICRE R 2 LB & T 2L FWE TIE. £ ORIEMENE L < M S a7 W aTaedEDs
HY ., RKBRHOTONTT R T UNT T AZOW TR A2 A U D REE S & 5,

ARRBRIE T, SRERIEIEDE (UN GHS 1A BT, BREE ) & 25 B A EVEY)



'Z (UNGHS 1B 708) CHBIEMEOHIENAE T WVMEIINIC H 5 72D AREHI T OREME
PEBREE /3 FES° UN GHS O 7 7 2V — 38~ OF I X 7a v,

725, AVETIE 20mg/mL T X-VIVO™ 15 [ZIEfRE, MY 0GR L 2o 12854
L CHIEARTT & 2R D08, BATRE B0 DT E CHIER T L R DB E N EW D &
D BatERE R OM EICEH A ZE S BAICEAREOBEIHICIIEENLETH S, AER
ST, RFEOARRERIE DR 2 R RR AR T D & ARBRE B CIR RS O E
IR+ THY, ERRoRICHE L T RHLO BT oM oORRE & DA EHE T
AWdZ a2/ 5,

9. AR (CODIZ DWW T
Bz L,
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10. B (7 72 AH 2019411 A1 H)
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Appendix 1

N F—3 g UHFZE Phase IIb.

e, MI, IV OfEHE

Phase

Chemicals Repeat

No.

Chemical name

CAS No.

LLNA
EC3

GHS
Category

Lab A
Judge

LabB
Judge

LabC
Judge

Ib

5 coded 3 sets

p-Benzoquinone

106-51-4

0.099

1A

G(1/2)

G(1/2)

P(2/2)

P(2/2)

P(2/2)

P(2/2)

G(12)

P(2/2)

P(2/2)

1-Thioglycerol

96-27-5

3.6

P(4/4)

P(4/4)

P(4/4)

P(2/3)

P(/3)

P(/3)

P(3/3)

P(2/2)

P(3/3)

Benzyl cinnamate

103-41-3

18.4

P(4/4)

P(2/2)

P(4/4)

P(3/3)

P(2/2)

P(3/3)

P(4/4)

P(/3)

P(/3)

Diethyl maleate

141-05-9

5.8

N(0/3)

N(0/4)

N(0/3)

N(0/3)

N(0/3)

N(0/4)

N(0/3)

N(0/3)

N(1/4)

2.4-Dichloronitrobenzene

611-06-3

NC

N(0/3)

N(0/3)

G(1/3)

N(0/3)

G(0/2)

N(0/4)

N(0/4)

G(1/3)

N(1/4)

5 coded 3 sets

1,4-Phenylenediamine

106-50-3

0.0099

P(2/2)

P(2/4)

N(1/4)

P(2/4)

N(1/4)

N(1/4)

P(3/4)

P(2/2)

P(2/3)

2-Mercaptobenzothiazole

149-30-4

1.7

1A

P(22)

G(1/3)

P(2/3)

P(2/2)

P(2/2)

P(2/2)

P(2/2)

P(2/2)

P(2/2)

Glycerol

56-81-5

NC

N(0/3)

N(0/4)

N(0/4)

N(1/4)

N(0/3)

N(0/3)

N(1/4)

N(1/4)

N(0/4)

Isopropanol

67-63-0

NC

N(1/4)

P(2/2)

N(1/4)

N(03)

P(2/2)

P(2/4)

N(0/3)

P(2/4)

P(2/4)

Methyl salicylate

119-36-8

NC

N(0/3)

N(0/3)

N(0/3)

P(2/4)

N(0/4)

N(0/4)

N(0/3)

N(1/4)

N(0/3)
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Il |20coded Jlset | | | 54 Dichloronitrobenzene | 611-06-3 NC | N4y | N©3) | NO3)
DNCB(1-Chloro-2.4-

2 | nisobengeney 97-00-7 | 0.06 1A | P2 | P22) |PE2)

3 Glyoxal solution 107222 | 08 1A | P2 | Gas) | P@2)

4 |12-Benzisothiazolb3(2H)- sy 53 8 1B | P22) | PQ22) | P(212)

one

5 Citral 5392-40-5 5 1B | P2 | P22) |PQ2)

6 | 4-Hydroxybenzoic acid | 99-96-7 NC | N(0/4) | N073) | N(0/4)

7 | Beryllium sulphate 7787-56-6 | 0.001 1A | N(/M4) | N3y | N©073)

8 Formaldehyde 50-00-0 | 0.6l 1A | P3| PR2) |PE3)

9 | Chlorpromazine HCL | 69-09-0 | 0.14 1A | P@2) | P22) |PQ2)

10 Chloramine T 127-65-1 | 04 1A | P3| PR2) |PR2)

11 Benzyl salicylate 118-58-1 | 29 1B | P2 | P22) |P3)

12 Dihydroeugenol 2785-87.7 | 6.8 1B | P@3) | P22) |PQ2)

13 Nickel chloride 7718-54-9 1B | P2 | P22) |PQ2)

14| Imidazolidinylurea | 39236-46-9 | 24 1B | P@3) | P3) | P22)

15 R(+)Limonene 5989-27-5 | 69 1B | P22) | N(0/4) | N(0/3)

16|  Methylmethacrylate 80-62-6 90 1B | N(03) | N(0/4) | N(0/4)

17 Benzyl aleohol 100-51-6 NC | N(04) | N03) | N©73)

18 | Dimethyl isophthalate | 1459-93-4 NC | N@©3) | N4y | N(1/4)

19|  4-Aminobenzoic acid | 150-13-0 NC | N@©3) | N3 | N©0/4)

20 Xylene 1330207 | 95.8 NC | N(04) | N0/3) | N©073)

IV |Scoded |3 sets P(22) | P(2/4) | P22)

1 fi:l;g;ziglylzg 97-90-5 28 B [re2) [ P2n) [P22)

Y P(22) | P22) [ P22)

P22) | P12 [ PR

2 | 4-Nitrobenzylbromide | 100-11-8 | 0.05 1A [ P@2) | PR2) [ P2R)

P22) | P12 | P2R)

P22) | P22 [ P2R)

3 4-Allylanisole 140-67-0 18 1B [p2) | P22) [P

P22) | PQ12) | P2R)

P(2/4) | N(1/4) | N(03)

4 Ethylenediamine 107-153 | 22 1B | P3) | N(1/4) [N(1/4)

P(22) | N(1/4) | N(1/4)

N(03) | N(1/4) | N(1/4)

5 Salicylic acid 69-72-7 NC [ P@3) [ N(1M4) [N©OB3)

N(1/4) | N(03) | N©073)

P: positive, N: negative, G: inconclusive




Appendix 2 A N7 A UL S 4172 IL-8 Luc assay (2 & 0 15 B A7z 143 W& O FEAfh

bR o Heig

LLNA | IL-8Luc | IL-8 Luc (ITLeft Iélilcl e
No. CAS# Chemical GHS | Potency assay assay protocol)
categor DMSO X-VIVO
gory | ( ) | ( ) (0p. 2)
1 93-91-4 1-Benzoylacetone (1-BA) 1A Extreme positive positive positive
2 1086-00-6 | 1-Chloromethylpyrene 1A Extreme positive positive positive
3 97-00-7 ?];t&]?:g;trochlorobenzene 1A Extreme positive positive positive
4 100-11-8 4N—]§I]13t)robenzyl bromide (4- 1A Extreme positive positive positive
5 20048-27-5 | Bandrowski's base 1A Extreme positive positive positive
6 7787-56-6 | Beryllium sulfate tetrahydrate 1A Extreme negative positive positive
7 70-34-8 Dinitrofluorobenzene 1A Extreme positive positive positive
8 886-38-4 ?Sg}g;)y leyclopropenone 1A Extreme positive positive positive
9 15646-46-5 | Oxazolone 1A Extreme negative positive positive
10 106-51-4 | p-Benzoquinone 1A Extreme positive positive positive
11 7778-50-9 | Potassium dichromate 1A Extreme positive positive positive
12 1154-59-2 | Tetrachlorosalicylanilide 1A Extreme positive positive positive
13 123-31-9 | 1,4-Dihydroquinone 1A Strong positive positive positive
14 106-50-3 | 1,4-Phenylenediamine(PPD) 1A Strong negative positive positive
15 95-55-6 2-Aminophenol 1A Strong positive positive positive
16 5307-14-2 | 2-Nitro-1,4-phenylenediamine 1A Strong positive negative inconclusive
17 94-36-0 | Benzoyl peroxide 1A Strong positive negative inconclusive
18 100-39-0 | Benzyl bromide 1A Strong positive positive positive
19 127-65-1 | Chloramine-T 1A Strong positive positive positive
20 69-09-0 Chlorpromazine hydrochloride 1A Strong positive positive positive
21 7646-79-9 | Cobalt chloride hexahydrate 1A Strong positive positive positive
22 50-00-0 Formaldehyde 1A Strong positive positive positive
23 111-30-8 | Glutaraldehyde 1A Strong positive positive positive
24 6259-76-3 | Hexyl salicylate 1A Strong positive negative inconclusive
25 | 55406-53-6 | Iodopropynyl butylcarbamate 1A Strong positive positive positive
26 1166-52-5 | Lauryl gallate 1A Strong positive positive positive
. . negative®™ °f| negative®™°f [ inconclusive,
27 108-31-6 | Maleic anhydride 1A Strong g AD g AD negative®™ i N
28 | 35691-65-7 ?{\IZSI é;i;bromoglutaromtrlle 1A Strong positive positive positive
. . negative®™ | negative®™" inconclusive,
29 | 85-44-9 | Phthalic anhydride 1A | Strong gatly gahy negative™orAD
30 121-79-9 | Propyl gallate 1A Strong positive positive positive
31 90-15-3 1-Naphthol 1A | Moderate positive positive positive
32 579-07-7 | 1-Phenyl-1,2-propanedione 1A | Moderate positive positive positive
33 96-27-5 1-Thioglycerol(3-Mercapto- IB | Moderate | positive positive positive
1,2-propanediol)
34 2634-33-5 | 1,2-Benzisothiazolin-3-one 1B Moderate | positive positive positive
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IL-8 Luc assay

) LLNA IL-8 Luc | IL-8 Luc (Test Guideline
No. CASH# Chemical GHS | Potency assay assay protocol)
category (DMSO) (X-VIVO) (Op. 2)
35 3344-77-2 | 12-Bromo-1-dodecanol 1B Moderate | positive positive positive
36 818-61-1 | 2-Hydroxyethyl acrylate 1A Moderate | negative negative negative
37 149-30-4 i/—[l]\a/lﬂle“;captobenzothiazole @ 1A Moderate positive positive positive
38 93-51-6 2-Methoxy-4-methylphenol 1B Moderate positive positive positive
39 93-53-8 2-Phenylpropionaldehyde 1B Moderate positive positive positive
40 4313-03-5 | 2,4-Heptadienal 1B Moderate positive positive positive
41 591-27-5 | 3-Aminophenol 1B Moderate positive positive positive
42 109-55-7 | 3-Dimethylaminopropylamine 1B Moderate positive positive positive
43 | 17369-59-4 | 3-Propylidenephthalide 1B Moderate positive positive positive
44 119-84-6 | 3,4-Dihydrocoumarin 1B Moderate | negative positive positive
45 106-47-8 | 4-Chloroaniline 1B Moderate | negative positive positive
46 | 21834-92-4 | 5-Methyl-2-phenyl-2-hexenal 1B Moderate positive positive positive
47 101-39-3 | a-Methylcinnamic aldehyde 1B Moderate positive positive positive
48 118-58-1 | Benzyl salicylate 1B Moderate positive positive positive
49 122-57-6 | Benzylideneacetone 1B Moderate positive positive positive
50 104-55-2 E:Ci?;f;?:lzgldehyde 1B Moderate positive positive positive
51 | 23593-75-1 | Clotrimazole 1B Moderate positive negative inconclusive
52 141-05-9 | Diethyl maleate 1B Moderate | negative positive positive
53 64-67-5 Diethyl sulfate 1B Moderate | negative positive positive
54 111-40-0 | Diethylenetriamine 1B Moderate positive positive positive
55 | 2785-87-7 ig%iﬁ;%iz%% (2-Methoxy- 1B | Moderate | positive positive Positive
56 107-15-3 | Ethylenediamine 1B Moderate | negative positive Positive
57 107-22-2 | Glyoxal 1A | Moderate | negative positive Positive
58 97-54-1 Isoeugenol 1A Moderate positive positive Positive
59 111-80-8 | Methyl-2-nonynoate 1B Moderate | negative positive Positive
60 | 2682-20-4 ﬁ:tﬁﬁ‘;‘ﬁ%:ﬁfﬁigﬁgf320ne IA | Moderate | positive | positive Positive
61 10101-97-0 | Nickel sulphate hexahydrate 1B Moderate positive positive Positive
62 7718-54-9 | Nickel (II) chloride positive positive Positive
63 | 18031-40-8 | Perillaldehyde 1B Moderate positive positive Positive
64 122-78-1 | Phenylacetaldehyde 1B Moderate positive positive Positive
65 108-46-3 | Resorcinol 1B Moderate positive positive Positive
66 133-37-9 | Tartaric acid 1B Moderate positive positive Positive
67 | 137268 (T;ﬁ*}"];thylthmmmdiSulphide IB | Moderate | positive | positive Positive
68 6728-26-3 | trans-2-Hexenal 1B Moderate | positive positive Positive
69 552-30-7 | Trimellitic anhydride 1B Moderate | negative positive Positive




IL-8 Luc assay

) LLNA IL-8 Luc | IL-8 Luc (Test Guideline
No. CAS# Chemical GHS | Potency assay assay protocol)
category (DMSO) (X-VIVO) (Op. 2)
70 112-45-8 | Undec-10-enal 1B Moderate positive positive Positive
71 5989-27-5 | (R)-(+)-Limonene 1B Weak negative positive Positive
72 111-25-1 1-Bromohexane 1B Weak negative negative inconclusive
73 103-11-7 | 2-Ethylhexyl acrylate 1B Weak positive positive Positive
74 431-03-8 | 2,3-Butanedione 1B Weak positive positive Positive
75 140-67-0 | 4-Allylanisole 1B Weak negative positive Positive
76 | 13706-86-0 | 5-Methyl-2,3-hexanedione 1B Weak negative positive Positive
77 514-10-3 | Abietic acid 1B Weak positive positive Positive
78 122-40-7 | Amyl cinnamic aldehyde 1B Weak positive positive Positive
79 62-53-3 Aniline 1B Weak negative negative Negative
80 94-09-7 Benzocaine 1B Weak negative negative inconclusive
81 103-41-3 | Benzyl cinnamate 1B Weak positive positive Positive
82 1565-94-2 | Bis-GMA 1B Weak positive positive Positive
83 2426-08-6 | Butyl glycidyl ether 1B Weak positive positive Positive
84 104-54-1 | Cinnamic alcohol 1B Weak positive positive Positive
85 5392-40-5 | Citral 1B Weak positive positive Positive
86 103-95-7 | Cyclamen aldehyde 1B Weak positive positive Positive
87 97-90-5 Ethylene glycol dimethacrylate 1B Weak negative positive Positive
88 97-53-0 Eugenol 1B Weak positive positive Positive
89 | 19317-11-4 | Farnesal 1B Weak positive positive Positive
90 106-24-1 | Geraniol 1B Weak positive positive Positive
91 101-86-0 | Hexyl cinnamic aldehyde 1B Weak positive positive Positive
92 107-75-5 | Hydroxycitronellal 1B Weak positive positive Positive
93 | 39236-46-9 | Imidazolidinyl urea 1B Weak positive positive Positive
94 80-54-6 Lilial 1B Weak positive positive Positive
95 78-70-6 Linalool 1B Weak positive positive Positive
96 | 31906-04-4 | Lyral 1B Weak positive positive Positive
97 80-62-6 | Methyl methacrylate 1B Weak negative negative inconclusive
98 613-29-6 | N,N-Dibutylaniline 1B Weak positive positive Positive
99 112-05-0 | Nonanoic acid 1B Weak positive positive Positive
100 144-62-7 | Oxalic acid 1B Weak positive positive Positive
101 61-33-6 Penicillin G 1B Weak negative negative Negative
102 87-86-5 Pentachlorophenol 1B Weak positive positive Positive
103 2050-14-8 | Phenol, 2,2-azobis- 1B Weak positive positive Positive
104 93-99-2 Phenyl benzoate 1B Weak positive negative inconclusive
105 110-86-1 | Pyridine 1B Weak negative negative Negative
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IL-8 Luc assay

) LLNA IL-8 Luc | IL-8 Luc (Test Guideline
No. CAS# Chemical GHS | Potency assay assay protocol)
category | (DMSO) | (X-VIVO) ©p. 2)
106 | 1330-20-7 | Xylene 1B Weak negative negative inconclusive
107 127-51-5 | a-iso-Methylionone 1B Weak positive positive Positive
108 109-65-9 | 1-Bromobutane Non | negative negative negative inconclusive
109 71-36-3 1-Butanol Non negative negative negative Negative
110 874-23-7 | 2-Acetylcyclohexanone Non | negative positive positive Positive
111 923-26-2 | 2-Hydroxypropyl methacrylate | Non | negative negative negative Negative
112 611-06-3 | 2,4-Dichloro-1-nitrobenzene Non | negative negative negative inconclusive
113 99-96-7 4-Hydroxybenzoic acid Non | negative negative negative inconclusive
114 92-48-8 6-Methylcoumarin Non | negative negative negative inconclusive
115 100-06-1 I[\%/I(;i;l(:i:l;aslz:;()(gl;enone) Non negative negative negative inconclusive
116 | 8001-54-5 | Benzalkonium chloride Non | negative pos()iftige"“‘ pos(,ifti‘gem positive®ut ofAD
117 65-85-0 | Benzoic acid Non | negative negative negative inconclusive
118 100-51-6 | Benzyl alcohol Non | negative negative positive Positive
119 108-90-7 | Chlorobenzene Non | negative negative negative inconclusive
120 | 9004-54-0 | Dextran Non | negative negative negative Negative
121 84-66-2 | Diethyl phthalate Non | negative positive positive Positive
122 68-12-2 Dimethyl formamide Non | negative negative negative Negative
123 | 1459-93-4 | Dimethyl isophthalate Non | negative negative negative inconclusive
124 94-02-0 Ethyl benzoylacetate Non | negative positive negative inconclusive
125 121-32-4 | Ethyl vanilline Non | negative positive positive positive
126 492-94-4 | Furil Non | negative positive negative inconclusive
127 56-81-5 Glycerol Non | negative negative negative negative
128 57-09-0 l;rz)z?;gyltrimethylammonium Non | negative pos()iftige““‘ posoiftgem positive® °fAD
129 67-63-0 Isopropanol Non | negative negative negative negative
130 50-21-5 Lactic acid Non | negative negative negative negative
131 119-36-8 | Methyl salicylate Non | negative negative negative inconclusive
132 124-07-2 | Octanoic acid (Caprylic acid) Non | negative posuifti\];e"“‘ posoiftli\\];e"“‘ positive®utof AP
133 150-13-0 | p-Aminobenzoic acid Non | negative negative negative inconclusive
134 94-13-3 Propyl paraben Non | negative negative positive positive
135 57-55-6 Propylene glycol Non | negative negative negative negative
136 81-07-2 Saccharin Non | negative negative positive positive
137 69-72-7 Salicylic acid Non | negative negative negative inconclusive
138 151-21-3 | Sodium lauryl sulfate Non | negative posuifti\];e"“‘ poiifti‘gem positive®utof AP
139 | 3810-74-0 | Streptomycin sulfate Non | negative negative negative negative
140 63-74-1 Sulfanilamide Non | negative negative negative inconclusive




IL-8 Luc assay

LLNA IL-8 Luc IL-8 Luc (Test Guideline
No. CAS# Chemical GHS | Potency assay assay protocol)
categor DMSO X-VIVO
gory | (DMSO) | ( ) O 2)
131 out 1 out
141 | 9005-65-6 | Tween-80 Non | negative ?f(iSDltwe pOSolft‘:\ée positive® °fAD
142 121-33-5 | Vanillin Non | negative positive positive positive
143 | 7733-02-0 | Zinc sulfate Non | negative positive positive positive

out of AD: out of applicability domain, inconclusive: Should not be considered
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