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GM-C15439 Mouse_TLR7 Reporter 293 Cell Line 5E6 Cells/mL
LR IETE=E g HE ffF
GM-C15439  Mouse TLR7 Reporter 293 Cell Line 5E6 CellssmL 1%  -196°C
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Toll #3244 (Toll-like receptors, TLR) /&2 5AERF RIS CRAAGED) B—KEEE
FB T, o AR Rk S B A R S MR 2 . G TLR, W LAES 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 [,
A TR TLRT S8ah 7 i A S NSO RN -

Resiquimod

Endosome
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1. giffsEsR. K. RAEFES

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

HR: 4IMIREA ATCC/30-2003 EMEM B#ERW L HHE TR EER, LEFTHEH
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
GMOne-Step Luciferase Reporter 1000T Genomeditech/GM-040503C
Gene Assay Kit
Resiquimod / MCE/#HY-13740
A AS
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B hRAL Moleculardevices/SpectraMax L

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

5/9



S AAT
G‘*‘; (?enomeditech

Genomeditech (Shanghai) Co.,Ltd.

Order: 021-68455258/50432826/50432825
Toll-free: 400 627 9288

Email: service@genomeditech.com

[HE
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e)

b)

c)

R 75

37°C/KIB TS IR B TR, I TRIE I E 555 %
A 5mL % 15 mL B.0%E

NV 2R R L R A 4 B R RN 37°CE IR K
B, R AR TR 22K T UL B R s R, BRI
MRt GEE 2-3 7380 .

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.

R AN IR IR R A, RS B 3-4
=10° cells/mL, HRAE4HML SRR, 4 B3]

FIE R FR L

AR AT

i 176 xg, 3 min B.OICEELN.

1 FH VA 40 LR 777 (90% FBS +10% DMSO) &
YN, ZHMRE RN 5 < 108 cells/mL, %% 1 mL
BB RRAAAE .

FFRET ESARCE, MR E BT R,
-80°C M RAFEAD 1R, R EWET .

2.

i

HAAEAR (BL 10 cm IM294)

MR TFER 1 E 2 R, EREHERE, FARK

SRER, BERATHIAERNEKEFRE.

a)
b)

c)

d)

€)

SRy B R AR, MEEEAE K,

WIRFETE 16-24 h J5, BN OLSAN NGB L,
MY KT 80%, BRI HEATANMAE A W IRAEAR
JE IR IR A BN NG UE R K R
ARGy 1:3-1:4, 2-3 KL

W I EER FR R ARG FRE5E 25, 10 om LN 2 mL PBS
Y 1.

% PBS, /1 1 mL 0.25% Trypsin-EDTA W1k, 37<C
HAk 30-60's, AMEE FUEE.

RrAt AR R, 4 ) B SR, 30204t R NI T 2 i B 0
BEIF, Jn2mL ZEAAKEFRRSZIEHEN, KA
M/NOIRFT IR, 176 xg ZiE B0 3 min.

¢ 1iE, gyt A K FRILE S, RIBERET4
Ji s B gy CRR A 55 7 L IE AR AN AR B 85 B 5, A% AX
RN E DY 30-40%) .

HEHMR:

a)

b)

c)

d)

AN I3, FEANAE S , WiBEA T R T 1E # 1
O, 2-3 Rl AR iBE, {248 2-3 YR i BE 4 LL
BTt . ZHMIE H T .

FRAEAE 2 5-10%FE40 0, (HEEE KT =, 40
PR S Sef P A I, FEAT At Ll 51 PR , 4 At A S P 2
BT RE.

Y2 75 5 P OML S I DR B AR B R, AT A
T B WA BARES 7 3 S 5 I B 5 7
FBS i 7 56 T M#k 30 404l wf Kk 4MA A1 4
TiEE, HAN 3 B K 2 BUE KD T R A 7%
.

s EMRE (R AIRAF]

A E] P AR I, AR T AT
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1. BEhRAE SR

AR R AT, ST ASSLE, HEFE Mouse_TLR7 Reporter 293 Cell Line 21 il &y

1.5 <104 cells/fL . A<k Sz 5645 ] Resiquimod(314 Da){E M BH 2454, Conc.01 ¥k A 5 pg/mL,

3 {4 BEEFRFE, Conc.01-Conc.08 73 HIHEA £ B2-B9, B10 Jy 0 WX IE . J& EFL N 100 L

PBS, LAyt fLzg %

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
1.67 555,56 185.19  61.73
Resiquimod PBS
pg/mL | pg/mL  ng/mL  ng/mL  ng/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

1) PR

a) FESEIONT 16-24 h, MM IEIRM P ELE, TEAE O UCEMIRYTE, RS RS
AR IRIEE RN, RS IR, L AR R A AR IR 15 <
10%cells/mL. PAHEAEHN 100 pL AHfa/ L= F (A L. FFEIEFL 100 pL PBS. 7 EAR
w, TR E AL

b) AEA L ANTCE 96 FL V AR AE & 2R .

c) FAMFNZY), 4T (41 B2-BY) .

d EREACE

FLYEZE N fifi BEK Wi B 772
Resiquimod 3.142 mg/mL / FLREAE AR
e) 96 fL VMR, MIA Assay Buffer, SFLAFIIL 3K, 41 B2 FLANA 164.74 uL Assay

Buffer, B3-B10 fL, N 110 uL Assay Buffer.
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) WRHCA R AR St BB NS SE — MR EER R FLA (1 B2 A 0.26 L

Resiquimod) , ¥&%J.

BRI | BRISERVREL, ARVOMBIFLIRAL 55 uL, AL | wmdl |

1 2 3 4 5 6 7 8 9 10 11

(o8]

0.26 puL 164.74
A L 110puL | 110l 110pL  110pL  110pL | 110pL 110pL 110pL

Resiquimod

I O m m O O

9) MEE—ABREREEL B2 IR 55 uL, INEISE ZANBAERTL B3, MRS, L
IR, HZEE 8 MR (BD .
h) KPP a i E R LR L, AL F 100 pL B .
i) IMABER h HER LT RO IR, EEL 100 pL.
) #FLEWE, T 37°CCOr BRI T h,
K) AR SR A &, Al Luciferase.
2) R HEEA
SRR R B

. 0 pg/mL 5 pg/mL 2.29 ng/mL
Mouse_TLR7 Reporter 293 Cell Line
96445 2490103 101296
N
3) WIEL4R
Mousc_TLR7 Reporter 293 Cell Line Mouse_TLR7 Reporter 293 Cell Line

3x10%m 3x1(5
2 =
) o
e 2x10%+ = 2x10°4
g g
2 s
k4 b3
2 1x10%4 2 1x10°4
g E
2 =
- =

0 T T T 1 0
3 -2 ot v 1 0 1 2 3 4 5
Logg[Resiquimod] (pg/mL} Log;g[Resiquimod] (nM)
Mouse_TLR7 Reporter 293 Cell Line [Mouse TLR7 Reporter 293 Cell Line
EC50 | 0.1181 EC50 | 376.2

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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TLR7
H_TLR7 Reporter 293 Cell Line
TLR9
H_TLR9 Reporter 293 Cell Line Mouse TLR9 Reporter 293 Cell Line
TLR8
H TLRS8 Reporter 293 Cell Line H TLR8 HEK-293 Cell Line
STING
H STING KO THP1 Cell Line H STING KO U937 Cell Line
STING KO Reporter THP1 Cell Line STING Reporter HEK-293 Cell Line
STING Reporter THP1 Cell Line STING Reporter U937 Cell Line

A58 FH VR AT B

T AE R LA AT AR T R AL, S AT AR RS AT R TR VF R RO T e e vE T
N FHAEYRRE VIR, AR, 7AG B EEADR R VR A AL

(T A RIEVE AT U5 2 8], VPRl 7 A fe v BME T B & P TAE D%, K.
B FHRAE AR DT SOR B PR R AR e S M) BRI BERE . RS
Ao w85 = AR AN RN RIRT IE H A TTAE A -

T TE S5 5 W0 R AL
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