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2 0 B2 5 B TR I EMEM+10% FBS+1% P.S
AR R B TR EMEM+10% FBS+1% P.S+1.5 pg/mL Blasticidin+0.75 pg/mL Puromycin
2 R AT 90% FBS+10% DMSO
Assay Buffer: EMEM+1% FBS+1% P.S
2. RFUFEAHER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech /GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
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 Luciferase Reporter 1000 T Genomeditech/GM-040503C
Gene Assay Kit
Resiquimod / MCE/HY-13740
EREV e
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
5y R Moleculardevices/SpectraMax L
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B, R AR TR 22K T UL B R s R, BRI
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HI 70% S 5ARRA7 8 AN LRGS0 J LA A A
W2 A EGR G R R AR E 40 SR B B
AR ) MELE T, BRIES, 176 xg, B0 3min,
fEApEE, 7RG,

A 1 mL SR E R, WU S i
Geti THEE S TS 4 > 3 < 108 cells/mL.
AN T E IR IR, AN % B R 3-4
=10° cells/mL, HRAE4HML SRR, 4 B3]

FIE R FR L

AR A

i 176 x g, 3 min BOUCSELNM.

15 FA A 4R R A7 (90% FBS + 10% DMSO)
FURAHML, ALY 5 < 10 cells/mL,
B 1 mL SRRV AEE
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K I EER FR R I35 TR 5E 25, 10 om LN 2 mL PBS
TEBE 1K
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Rrdti AR R, 4 e SR, 30204t R M T 2 i B i
BEIF, Jn2mL ZEAAKEFRERSZEHEN, KA
/N CIRET TR, 176 xg S50 3 min.
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1. BEhRAE SR

BRI, WA SEEG, #EFE H_TLR7 Reporter 293 Cell Line 4l &)y 2 x

10* cells/fL. A VKsZEef# A Resiquimod (43 F&: 314) 1ENFHMEZY), Conc.01 ¥RJEN 30

ng/mL, 4 f5EEEERRE, Conc.01-Conc.09 737 HEA /£ B2-B10, B11 4 Oy FEXSHE . JAl [ FL N

A 100 uL PBS, VPAj il K

ST AT
1 2 3 4 5 6 7 8 9 10 11 12
PBS
o 7.5 1.88 468.75  117.19 29.3 7.32 1.83 457.76
Resiquimod PBS
pg/mL | pg/mL  pg/mL ng/mL ng/mL ng/mL ng/mL ng/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) FESEIOHT 16-24 h, AN MG IR P, TEAE QUSRI DS RS
ARG IR AN, RIS IR PR DS A R R R A IR B 2 <108
cells/mL. PAFEMEAIN 100 uL 40 AR/FLZ R Tal L. A Bl R$Ln 100 pL PBS. @5 FiR s,
TR b E LR

b) AR 1 ANTCE 96 LV RHRME & 2 AR .

¢ BRI, fEH—1T (41 B2-B10)

d EREACE

FLYEZE N fifi BEK Wi B 772
Resiquimod 3.142 mg/mL / FLREAE AR
e) 96 fL V ', BN Assay Buffer, &FLIAFILTZ, 41 B2 fLIIA 145.3 puL Assay

Buffer, B2-B11 fL, HIA 110 uL Assay Buffer.
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) I FEARAR A IR S B IO RIS — MR RELH (1 B2 AN 1.4 uL
Resiquimod) , ¥&%J.
BRI | BRIERREAL, (KO AIFLIIE 36.7 L AIAVAL | x|
1 2 3 4 5 6 7 8 9 10 11

12

1.4 uL Resiquimod

110 pL | 110 pL  110pL 110l 2110pL | 110pL  110pL 110 pL

110 uL

9) ME—MERERRSL B2 IR 36.7 uL, AR ANMBEEERIL B3, RS,
hy DUEHE, B2 9 MM (B10) .
i) KPR a ARSI, RALBRITE 90 pL Bk,
) A ETE RS L IR BE AR, AL 100 pL.
k) o EMGEE, T 37°C CO, HFEftisg: 7h,
) AR REE RIS, Bl Luciferase.
2) #weEFE N
AR B R I 5 B
0 pug/mL 30 pug/mL 457.76 pg/mL
H_TLR?7 Reporter 293 Cell Line Hem e P9
13702 939013 14152
3) WIEZR
1.2x10°9  -@ H_TLR7 Reporter 293 Cell Line 1.2x10%9 - H_TLR7 Reporter 293 Cell Line
= S ]
g 9x1(54 g 91054
g 6x1054 g 6x10%4
E 110° E 3x1054
=3 a
0-
04 T 1 T T T 1
-4 2 ] 2 -4 -2 0 2 4
Logg[Resiquimod] (pg/mL) Logp[Resiquimod] (uM)
H_TLR7 Reporter 293 Cell Line H_TLR7 Reporter 293 Cell Line
EC50 | 0.4182 EC50 | 1.332

Fig 2.Resiquimod 3% 36 1E 45
A Pt 24 AT o A P R B JR IR P P 40 B i 22 1)
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