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1. giffsEsR. K. RAEFES

2 0 B2 5 B TR I EMEM+10% FBS+1% P.S
AR R B TR EMEM-+10% FBS+1% P.S+3 pg/mL Blasticidin+1.5 pg/mL Puromycin
2 R AT 90% FBS+10% DMSO
Assay Buffer: EMEM+1% FBS+1% P.S
2. RFUFEAHER
R
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech /GM-040404-1
Fetal Bovine Serum 500 mL ExCell/FSP500
EMEM 500 mL ATCC/30-2003
96 Well Clear V-Bottom Tissue Culture  96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene  96-well Corning/3912
Not Treated Microplate
GMOne-Step 2.0 Luciferase Reporter 1000 tests Genomeditech/GM-040513C
Gene Assay Kit
Resiquimod / MCE/#HY-13740/CS-1706
CL097 / InvivoGen/ #tlrl-c97-5
EREV e
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
5y R Moleculardevices/SpectraMax L
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1. RS 2. 4AfEAEAR (BA 10 cm ILAH)

a)  37°C/KIBETIARE S FRE, ARG VE: REFER 1 R 2R, FRAEHERE, SRR
BRI SmL £ 15 mL EO0%8 . BRER, BERANSHEIERNEKERE.

b) MBI AR O 37°CTE &) AEMA LR, R K
B, BARRTRZKE L FRRE b)) BT E 16240 5, 8T W4k R
AR, ELFIRIAIAL B 2-3 408D, Wi, AN KT 80%, BT HEAT4NN

0)  Fi T0%Z BRI AR S 30 DA RS St L AR WHUCH:AR B L5 3 3 ATV A A
. (AR AR BRI & ORI R Bk B KRR, ARy
A EREERE P IR ) B OE Y, BRIR 1:3-1:4, 2-3 RAEAC,

51, 176xg, B4 3min, MAIMITE, 7L ¢ CEISREFMH REFRFE %, 10 om M2
Ho mL PBS J#@%E 1 K.

d A 1 mL B89t EE, WTHRHES#  d) 3 PBS, f11 mL 0.25% Trypsin-EDTA JH{t
FIT £ 193 36 2 €5 1 305 20 B 5 41> 3 109 Wi, 37°C 1K 30-60's, A FAMEL.
cells/mL. e) frAifARIE, 4HpEiRRE S, B4 NI

e) HILAMINE SRR, TR G BSREERS, A1 2 mL 75 Ak KA SRR
FER 3-4 x 105 cells/mL, &40 s 44 SJZAEEA, AN OIRIT R, 176 x g
T, AN B PR A B TR L HE B0 3 min.

f)  FLE, AT K AR, R
AR R AN ML R 4) 4 CHRAE B 7 DL AL 40
MRS, ALARUS AR B 30-40% ).
! B

3. HUMEIAE a)  AIMRIE F5, JEANMIE S, WiEE AR R

8) M 176 x g, 3 min BOHCRA. FIERAS S, 2-3 AT LA IERE, fE48 2.3

b) 5 WA 4 i % A7 W (90% FBS + 10% G B T 2, ARE R R T
DMSO) HUEAN, MHEERN S < 10° ) fpsbftfs ot 5-10%F040M, (HEEEA K
cells/mL, & 1 mL 7% SUZHALIR 178 FriEn, QHYROT AT, SEANI FI A

c) ELET, EH4tdkhE, BiEAEE THE AR K TR
PR, -80°C IRAFRD LR, RIRKE o) o bz 25 5 % 4 10 00 52 I S A0 15 50 40 L B
ERLE L Joo TR AR S, 1 B

Ff 5 o 5 55 S35 B VAT o
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Ny ERTTE G
1. BEhRAE SR

BRI, WA SEEG, #EF H_TLRS Reporter 293 Cell Line 4Hfu &)y 2 x
10 cells/fL. AVRSZEGAEH] Resiquimod (314 Da) J CL097 (242.28 Da) 1ENFHIEZ4,
Resiquimod A1 CL097 [¥] Conc.01 ¥ E N 18 png/mL, 2 f5EEE#FE. L Resiquimod Jyfl,
Conc.01-Conc.09 73 A HEA 7E B2-B10, B11 24 0 ¥REEXTHR . J& FEIFLANA 100 uL PBS, LARS Ik

WAL

FUBRHAT T

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS

o 4.5 2.25 1.13 562.5 = 281.25 140.63
Resiquimod PBS PBS

pg/mL | pg/mL  pg/mL  pg/mL  pg/mL  ng/mL | ng/mL  ng/mL
CL097 PBS PBS
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) e R
a) fESZIGHT 16-24 h, A4 NS IR, AR ORI ITE, EHE R T
SRR R AN, AN ST, DU R IR R B A R D 2 < 10°
cells/mL. DAHEME AN 100 uL 4HAR/SL 2 a) L. JAFEIRFLAN 100 uL PBS. &% FAR 6,
T E R
b) EH 1NTEH 96 FL V AR AL 25 VMR .

¢  BAFRNZE, FH—1T (41 B2-B10) .

d) BHRRCE
LY RN fith 5201 Wie & 7772
Resiquimod 3.142 mg/mL / LA AR
CL097 1 mg/mL / IERE RN AL
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e) NN Assay Buffer, #%fLIAFIIL . LA Resiquimod A, 1 B2 LI 218.74
ul ff) Assay buffer, B3-B11 i\ 110 uL ] Assay Buffer. L CL0O97 i, 411 C2
FLR N 216.04 pL [#) Assay buffer, C3-C11 LA 110 uL ] Assay Buffer.

f) R R AR RS SRR, IINBIEE — MR BERREAL A (it B2 A 1.26 pL
Resiquimod)

FHRRIL | BRERREAL, MU LI 110 L, AIAKAL | x|
1 2 3 4 5 6 7 8 9 10 11
1.26 uL
11opL | 110pL  110pL  110pL  110pL  110pL  110pL  110pL | 110 pL
Resiquimod

3.96 uL CL097

9)

h)
i)
)
K)

)

MEE—ANEREERRRE L (a1 B2) RN 110 uL A4, I EISE —/ANEREMLH (o

B3) , /R

DL EHE, BEE 9 MEREMBAL (B10) (CLO97 345 9 MEEEEMBEFL (C10) ) &

W IR a B E R AR, LI FE 90 uL B5973E .
I Z e B B RR FERRE, BL 100 pL.
5 EMEE, T 37°C COp B ERFE 7 h,

A5 FH i 5 2 RS AR &, Al Luciferase.

2) R&EEFERN
etk s UG

H_TLR8 Reporter 293 Cell Line 0 pg/mL 18 pg/mL 70.31 ng/mL
(LA Resiquimod 1) 24500 1841649 24405
H_TLR8 Reporter 293 Cell Line 0 pg/mL 18 pg/mL 70.31 ng/mL

(LA CLO97 i) 24605 2169328 27332
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1l TLRS& Reporter 293 Cell Line LL TLRS Reporter 293 Cell Line
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-2 -1 0 1 2 -1 0 1 2
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Fig 2. Resiquimod #7 3:1iF 45 5
CH X 24 A o ok JEE R B R A P PR 88 B i 221D
11 TLR& Reporter 293 Cell Line 11 TLR® Reporter 293 Cell Line
2.4%10°4 2.4x10°%
=) SN
- -
& 1.8x10% = 1.8x10%4
g g
= =
g 1.2x10°4 S 1.2x10%4
g &
£ £
£ 6x10% S exa0%
= =
0+ 0
T T T 1 L] L] 1
-2 -1 0 1 2 -1 0 1 2
Log,[CL097] (ug/mL) LogyqfCLO9T] (uM)
H_TLRS Reporter 293 Cell Line H_TI.R8 Reporter 293 Cell Line
EC50 | 2.767 ECS0 | 11.42

Fig 3. CLO97 i 4l &5
A V0 24 AT o o A P8 R B VR IR P B 8 B 5 2 1)

SR (Rl BIRAF Genomeditech (Shanghai) Co.,Ltd
AN F A BRI AR, R AEH T NRYEIT Y For research use only !

9 /10



Genomeditech (Shanghai) Co.,Ltd.

Toll-free: 400 627 9288

G‘} [ =] iﬁiﬂaﬁ;a Order: 021-68455258/50432826/50432825

Genomeditech ) _ _
Email: service@genomeditech.com

58 FA VR AT XL
AR B A FAAGILR, EIR IR £ RIS LTI b B

AGHAE Z 7 SRR, AR TAEFT R % .

AP A T N KBRS, BAMS BT N R RS

FHP B Ry HER 2 Al 55 1A 55 =7 AR L R AT #E 249 58 ROV L P9 A8 AR R R AR, ANFHEAT 18 M6, TR
AFFEUEFT AR SR CRIERIBNLD 22k 8. Feab sl UL Al 77 S F 3 i A= M0 h ok .

TR AT S A B DA 38, UESE RS H bR (i) A IRA R I Ve,

PERIEIC AR E W AR (B FIRAF.

SR (R BIRAE Genomeditech (Shanghai) Co., Ltd
AR F PR ABERM R, TR AEH T ANRIAIT Y For research use only !

10 / 10



