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Toll #3244 (Toll-like receptors, TLR) /&2 5AERF RIS CRAAGED) B—KEEE
B, o AR Rk S B R S IR 2 . G TLR, W LLES MyD88 %
TRIF ARSI, WIEE S, FRME T B 70, WEE e R R RS A
PARAGIE G S R » PRIHCRE TLR Eh 7182 218 S B iR 7 A SR8 IR AL A
figR R B G ARG A s AT 7R I AR B R, e SR B IR ROCR

T4 Mouse_TLR7 Reporter 293 Cell Line # &AM R, 3T TLR7 (2 5iEK
IR —F Luciferase 41 7 3k P A 2R o 1240 A 52 R3A TLR7 A 2 Luciferase i 7 2E [,
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YU 5 IR A EMEM(ATCC)+10% FBS+1% P.S

AR A TR EMEM(ATCC)+10% FBS+1% P.S+3 pg/mL Blasticidin+1.5 ug/mL Puromycin
M AR AR 90% FBS+10% DMSO

Assay Buffer: EMEM(ATCC)+1% FBS+1% P.S

HE: YRR ATCC/30-2003 EMEM ## BN L H A e 2L R, IEFHEH
Vi B A [F] I B gibeo MLE -

2. WIIFEM

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
Passive Lysis 5X Buffer 30 mL Promega/E1941
Firefly Luciferase Assay Reagent 100 mL Genomeditech/G0483M002
Resiquimod / MCE/#HY-13740
A AS
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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37°CKIRAR TIINE I 375, IMANTIRE Y
SR SmL £ 15mL B0 .
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FARe PRIRAEAR G S 75 B 77 B v R R T
PUERIERIE R, ARG
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1. BEhRAE SR

AR R AT, ST ASSLE, HEFE Mouse_TLR7 Reporter 293 Cell Line 21 il &y
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2 %104 cells/FL - A< Yk S48 ] Resiquimod(314 Da)fE N BH 1 2454, Conc.01 ¥ 5 A 30 ug/mL,
Conc.02 ¥ ¥ M 15 ug/mL, Conc.03-Conc.09 4 {56 #FE, Conc.01-Conc.09 45l HEAi 7

B2-B10, B11 Ay 0 WkEEXTHE . JEFEFLINA 100 uL PBS, LARG1EiIfLAE K .

W

T O m m O O

FUARHEAT IR
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
o 3.75 9375 23438 5859 14.65 3.66
Resiquimod PBS
pg/mL | pg/mL  pg/mL  ng/mL  ng/mL ng/mL ng/mL  ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR

a) FESEIOHT 16-24 h, A NI, WAE ORI DE, SR Y
GBI AL R AN, AR ST, DU R IR R B A R P T 2 < 10°
cells/mL. DAFEMEAIN 100 uL 40 f/FL 2 ial L. A Bl R$Ln 100 pL PBS. @5 FiR s,
T A b A A

b) A 1 ANTEH 96 fL V EARHE S 2R .

c)  BAMFNZY), 1T (41 B2-B10) .

d) BHERCE

LR

fi i 201 W & 52

LA A

Resiquimod 3.142 mg/mL /

e) 96 LV MR, A Assay Buffer, SfLIAFIIL TR, W B2 FLAIA 290.5 uL Assay

Buffer, B3 fLANA 73.3 uL Assay Buffer, B4-B11 fL, /A 110 uL Assay Buffer.
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Resiquimod) , ¥&%J.

BRI | BAEERREAL, S —TUIO 733 uL FI5 AL, (ERRKARTILRIN 367 pl, IAKEL | RHEAL |
1 2 3 4 5 6 7 8 9 10 11 12
290.5 73.3
2.8 uL Resiquimod | AOA L 110 pL  110pL  110pL  110pL | 110l 110 pL 110 puL 110 uL

9) MBI B2 UK 733 pL, MAFIE - ABEERIL B3, MRS,

hy  MEE AEREMBIL B3 FHIREL 36.7 uL, IIAZIZE =ML B4, FE0R2,
PASEISHE, E2% 9 MEEMEAL (B10) .

i) CRDIR a SRR, ALK 90 pL FE Rk,

D) AR h RS IR AR, AL 100 pL.

k) 5 bW, T 37°C COp B4+ #59% 7 h,

) EH RS R, Bl Luciferase.

2) e FE N
S At e RIS I 5 B 1

. 0 pg/mL 30 pg/mL 915.53 pg/mL
Mouse_TLR7 Reporter 293 Cell Line
157794 668600 161959
3) WHFELER
Mouse TLR7 Reporter 293 Cell Line Mouse TLR7 Reporter 293 Cell Line
8x10%9 8x105=
=R 2
& 6x10°4 2 6x10%
Z g
g 4x10%4 g 4x10°
£ £
E 2x10% E 2x103+
= -
0 T T T T T 1 0 T T T T T 1
-4 -3 -2 -1 0 1 2 -3 -2 -1 [} 1 2 3
Log, | Resiquimod | (ug/mL) 1og)g[Resiquimod] (uM)
Mouse_TLR7 Reporter 293 Cell Line | Mouse TLR7 Reporter 293 Cell Line
[ rcsofi1ssy | LC50 | 4.957
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