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iz 5 OECD 442E *# #7if

250

{7 o CD86 fr CD54 ‘m#¢ % i s chi BATR > HH W FALH L F 5 7

o
L‘\F‘) ‘iktiﬂq—*ﬂ

== ,’E' =

i (IATA) »

V%A RS 5 A K A (7 UN GHS ¥ 1
&% - ZplEE e o THP-1 mvs #1385 4 1000 pg/mL ] £ £

Bts > e B 5 5 88.67% > H CD86 # & 5 91.39% > CD54 % 87.51% ;

5 - pERe
101.74% - & Fhid sk 2 % B 7 o By

PR AR P R M AR

AR

1 #5%H %

» P 3 E K L 88.43% 0 H CD86 # ¥ L 73.57% > CD54 %
CIEERRE AT R P SR K RIRER”

A. (w2 & : Human monocytic leukaemia cell line, THP-1 cells. The original
source was supplied by Food Industry Research and Development Institute >

‘w e R % %L © BCRC 60430 (ATCC TIB-202™).
MR 10 R,
B. m&a i {4
C. i‘“%ﬂ%‘r DR
D. &t 773 5+1% - 5 i s e 37x1°C JREHRE T » *t 7 10%7:
4 459/L F §# - 10mMMHEPES » 1.0 mM [ ﬁH‘rﬁMrOOSmM
2-mercaptoethanol 7 RPMI-1640 35 % j% ¥ 32 % o
2. A
Bl s R % b5 B 5
A. |100X L-Glutamine solution HyClone SH30034.01| AE29355338
B. |100X Penicillin-Streptomycin solution  |HyClone SVv30010 J190006
BIOMAN
C. |10X Phosphate buffer solution (PBS) SCIENTIFIC| PBS105000 | 19112705
CO.,LTD
D. |100X Sodium pyruvate solution HyClone SH30239.01 | AE29421237
E. |1-Chloro-2,4-dinitrobenzene SIGMA 237329 BCBS4201V
F. |2-Mercaptothanol for molecular biology |SIGMA M3148 BCBV8182
G. BSA(Albumin from bovine serum) gﬂ;ﬁi%ﬁ n BSA001 | SLBQ6644V
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H. |Dimethyl sulfoxide (DMSO) SIGMA 34943 11270
I. |Fetal bovine serum HyClone SH30084.03 | GC13475273
J. |[FITC Mouse anti-human CD86 BD 555657 8115611
K. Globu_li_ns Cohn fraction Il, 1l human SIGMA 52388 SLBN9874V
lyophilized powder
L. |D-(+)-Glucose SIGMA V900392 | WXBC7591V
M. |HEPES,Free Acid HyClone SH30237.01 | AE29396369
N. [Isotype Reagent Mouse IgG1/FITC Dako X092701 20058363
O. |Lactic Acid SIGMA L6661 MKBZ2817V
P. |[Monoclonal Mouse Anti-Human CD54 |Dako F7143 20063145
Q. |Propidium iodide SIGMA P4170 MKBX7912V
R. |RPMI 1640 medium Hyclone SH30027.01| AE29421191
S. 10.25% Trypsin solution HyClone SH30042.01 J190021
3. ¥
®E R A5 REHA:
A |Balance OHAUS PA214C BAL-17
B.|Biological safety cabinet NuAire NU-543-600 |BSC-07
C.|CO2 Incubator ASTEC SCA-165DS |[INB-01
D.|Microscope OLYMPUS CKX41 MIS-02
E.|Centrifuge EPPENDORF |5804R CEN-07
F. |Water bath KANSIN WB212-B2 |WAB-02
G.|CytoFLEX ™ Flow Cytomoter Beckman CYtoFLEX  [in 3% w2 i%-01
4 BEF TR HE UG
A EEF T
WEHRP TR VR FAE TR AERARRE T 2 c BHRP T AR
WoiRbwoen 2Rl SRR W AL
B. #Ri
(1) ¥ pe 2 8 ug/mL 1-Chloro-2,4-dinitrobenzene.
(2) K24 %t P8 2 @ 2 mg/mL Lactic Acid.
() v ¥l mr %k (7 10% *~2 % i » 459/ L glucose - 10
mM HEPES - 1.0 mM sodium pyruvate §= 0.05 mM 2-mercaptoethanol
1 RPMI-1640 32 % %)
5. R K RATHIBS- A W iwe kS v (h-CLAT)

(1) THP-1 im% 33 % % 5£1% COp th 37+1°C TR ™ » 11 3 10%%2 % 5 iF
0.05 mM 2-mercaptoethanol » 100 units/mL + #& % f- 100 pg/ mL 4& 4k %

I RPMI-1640 32 % 2 8 & -

(2) 2 0.2x10° cells/mL % A ¥ 48 THP-1 ‘me >

BAL Y AR % 48 ) Pro

B)RIFEEP B A ? hiwme » T URERAFweERE L 2x10°

cells/mL -
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(4) - 500uL smve B i A it 24 3445 (1x100 fmee /3t ) @ o

(5) #2121 (v/v) et b s SO0PL 22k 4 T3 i & 3 R 2.2 lm %
e e

(6) #-24 3145 % & 37+1°C > 5+1% CO2 5 & » F i 24405 /] p& o

(7) 24£0.5 -} pFis, #-me @ H 13 F ¢ 4o o e 2 7 Pl &2 CD86~
CD54 % o ff3c 4 ¢ o

(8) 11 600uL blocking solution( z 7 0.01%(w/v) globulin)re B ‘e 2b45 B 2+ 4
h oo T A4°CT F gl5e 4 -

(9) 2 ts #mre A 2 = % > > & > 180uL o

(10) &t = 4 > 1 50uL @ % FITC & CD86 - CD54 # & & zc Fidl
(FITC-labelled anti-CD86 ~ anti-CD54 antibody) z* f= #& -] & 1gG1(isotype)
Uk > 2 4°C 44 F 30 44

(11) * 200pL 3 e sk iis 3 =x {4 » ¥ £ 37/ 753 400ul § 20uL P13
R (B¥PlLERS 0.625ug/ mL) »

(12) & * jns% %2 tk > A 45 CD86 fr CD54 e AT R &7 fn¥e 575 5 o

(13) 2 > % » 710,000 i 75 fm Pz (PIFA 1) o (8 % 00T o582k B fmie 5 4

Number of living cells

Cell Viability (34) = X 100(%)

Total Number of acquired cells
(1) RHp AP ToF LR (MF) > 1T a8 e R By
F Jsté chimie » 3 CD864-rCD54s4p ¥ % k52 & (RFI)
MFI of lrealed cells — MFI ol lrealed isolype conlrol cells

C100
MFI of vehicle ctrl cells — MFI of vehicle isotype ctrl cells X (%)

RFI(0%) =

6. &F& &

(1) bFZFE%Y YFFEFBEHREZ A HRE -

(2) 7 6 $HPR e chim 7 5 E B 90%

(3) Zz v ¥ e : CD86 f- CD54 (1 RFI i % 7 4 B H 12182 (CD86
RFI>150%- CD54 RF[>200% ) -«

(4) > 1 % pfos o $HE 2 CD86 4 CD54 £ isotype 7 MFI 1t & 3a
J&> 105% -

(5) teH P44pe e ® » CD86 - CD54 chRFI B35k # & 1 18 ( CD86
RFI>150% » CD54 RFI>200% ) » ‘% % /& & fis % 5 50% o

(6) &3k ‘e ihim ™ 15 s & R>50% o

2 T

ERRIERIEA] Aok B R T G Y nT b - B B Al e BRIE 1 RSR
FALLHEME FRLEME

— CD86 2. RFI %+ & % 3+ 150% (im* 7 i& 5 >50%) ;
— CD54 2. RFI %+ & & 3% 200% (4o 7 & 5 >50%) °
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HELESE
1 e e (%)
KR F %1 P % 2 F 5% 3 T o LA
P PR 92.13 93.10 91.85 92.36 0.54
PR 1 [EXER SR 57.00 55.17 53.49 55.22 1.43
h:
UG/2020/30165
1000 pg/mL 93.00 91.29 81.73 88.67 4,96
PR SRR 94.94 94.46 93.25 94.22 0.71
B2E 2 B SR e 60.17 59.91 58.89 59.66 0.55
gk
UG/2020/30165
1000 pg/mL 89.86 87.65 87.77 88.43 1.01
2. CD86 eip 1 % % 53 & (RFI, %)
ey Tl R % 2 A3 TioE | EEL
P PR 73.73 58.29 72.40 68.14 6.98
ploz1 | MR | 46576 | 46260 | 49263 | 473.69 | 4345
h:
UG/2020/30165
1000 pg/mL 84.33 90.36 99.47 91.39 6.22
P PR 74.30 63.38 88.57 75.42 10.31
P2k 2 e SRzl 1010.96 | 1287.70 | 1044.44 | 1114.37 123.32
h:
UG/2020/30165
1000 pg/mL 76.41 97.41 88.98 87.51 8.53
3. CD54 thjp 4% %53 & (RFI, %)
kR a1 F o2 F % 3 T iaiE A
PR SRR 188.89 175.86 87.22 150.66 45.17
Bl 1 [E e o g 593.33 387.95 577.78 519.69 93.37
N
UG/2020/30165
1000 nmL | 6000 | 7500 | 8571 | 7357 | 1055
PE PR 110.00 68.33 57.14 78.49 22.74
P2k 2 ¥R e 2783.33 | 1834.62 | 1575.00 | 2064.32 519.35
h:
UG/2020/30165
1000 pug/mL 122.22 96.90 86.11 101.74 15.14
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- K plFE Y > THP-1 fwz &35 4 & 1000 pg/mL &/ & ~ ks » # CD86
¥ % 91.39% > CD54 % 73.57% - &% - =t jpjzx+? > CD86 = 87.51% > CD54
101.74% - x9iash B % 87 o Bt BB M 5 T o RRP TS5 F B
RN RRAE e B BT S RS o

>
»

J

o=

E’( P F_L

34

1. In Vitro Skin Sensitisation: human Cell Line Activation Test (h-CLAT).

OECD guideline for the testing of chemicals. TG 442E (2016.06).

2. SGS SOP: EOMP-USL-0003 Operating procedures and analysis of the
Balance. Version 1.3

3. SGS SOP: EOMP-USL-0027 Operating procedures of the biosafety cabinet
and laminar flow, UV-lamp verification and aerobic plate counts. \ersion 2.5

4, SGS SOP: EOMP-USL-0029 Operating Procedures of Microplate
Spectrophotometer-BioTek EON. Version 1.1

5. SGS SOP: EOMP-USL-0035 CO; incubator Operating procedures. \ersion
1.0

6. SGS SOP: EOMP-USL-0036 Operating Procedures of MilliQ. Version 1.0

7. SGS SOP: EOMP-USL-0037 Manual of freezer-refrigerators. Version 1.0

8. SGS SOP: EOMP-USL-0038 Microorganism incubator operating Procedures
\ersion 1.0
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