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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I EMEM+10% FBS+1% P.S
AR A TR EMEM+10% FBS+1% P.S+3 pg/mL Blasticidin+400 pg/mL G418+1.5 pg/mL
Puromycin
20 R A 90% FBS+10% DMSO
Assay Buffer: EMEM+1% FBS+1% P.S
2. BAIFEH M
e
Reagent Specification Manufacturer/Catalogue No.
EMEM 500 mL ATCC/30-2003
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 1g Genomeditech/GM-040402-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 well round cell culture plate Plate PakGent/CL-PT096
96-well White Opaque Plate Plate Thermo/236108
96-well U-bottom Plate Plate Saining/1014010
Pam3CSK4 TFA 1 mg MCE/HY-P1180A
Tomaralimab (anti-TLR2) 100 pg Aladdin/Ab176102
GMOne-Step 2.0 Luciferase Reporter Gene Assay 1000T Genomeditech/GM-040513C
Kit
HEA AR
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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T, PRETEE-T0°C, BINAE-T0°C FREFRSEUS o) AUIN LRAIN, WiEEK. iR A
PR 16-24h J5, B NS MEMGEES N, 20
a) 37°CKIB TR ARG FREE, TN TSI HREILF] 80%, T EBATAIMALAR. HEE A
R S mL £ 15 mL B0 PAEAR LT A 1:3-1:4, 2-3 RALAR . VEEAREE
b) MR B R A A0 R N 37°CTE WEAEIT 80%, 75T HE<x R 40 i 52 45+
IRAKES, AR 2K LN R R JE T 5 BOE PEIR TS -
AR, ERININIEE GEE 2-3 2580 . b) CHILEGEE T A R FR IR 25, 10 em TIL0 2
c)  FH 70% LR AT S AR TS 4 )L mL PBS ¥k 1 K.
Ko AV RSB S G HEAETT ¢ 3 PBS, M1 mL 0.25% Trypsin-EDTA 1k
MR R o FEOE Y, BRIR W, 37°C jH1k 30-60 s, EAEE N ML,
%], 176 x g, &0 Smin, F4NpysE, 5L d) FrauaAZE, ARl RREA S, 4 A NIT
Ho G BHEERS, A0 2 mL e A5 AR K SRR IR
d) A 1 mL S7RRFRAEE R, ATHCH S IEAG, RN OIRAT ROR, 176 x g
AW Qe 8O0, TEAIE> 3 < 106 20 3 min.
cells/mL. e) FrbiE, MUt HAKIEFRIEER, RiE
e) EIAMINE I EFREMIE, R A FRARTT AN A 5 FE oy B AR 5 3% LTI A R 4
FEF 2-3 x 105 cells/mL, H3E 2 B s 44 P BEVH B, A ARSI B2 30-40%) .
L, R B B 1 R R L
3. AR R
a) HRENIET, 25 —EWFIKEgm, BT
a) {176 x g, 3 min B OIS EEGS, REBAEHEITE, REB™E
b) AdH A A R AF R (90% FBS + 10% B, RERMRATD, MK kEs
DMSO) HE B, AT S *x 10 Fra%E.
cells/mL, &4 1 mL 73 3E S AMEAE . b) HERRREE AT 80%, 75T AL E 4
¢) FFEHETF, EMkRidE, BAAEETHE 52 5% 7T S B0E MRS
FEIRE T -80°C MRAFED LR, RUHA ) pRS 8 56°C k¥ 30 404, ATHRKIEIMAT
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Ny ERTTE ORED
1. BUEFBAE SR

PSR, G ACSESS, 7 H TLR2 Reporter 293 Cell Line 41 & 2 x
10* Cells/fL. 71 Pam3CSK4 (1852.30 Da) 4R E (Conc.01) 4 15 pg/mL, 3 516 5
F&, Conc.01-Conc.09 7354 7E B2-B10, B11 4y 0 W EEXTIE . J& N 100 L PBS, LABA IE

LFLAER o
FLAR A fR -

w

5 1.67 555.56 185.19 61.73 20.58 6.86 2.29
Pam3CSK4 | PBS

pg/mL  pg/mL  pg/mL ng/mlL ng/mL ng/mL ng/mlL ng/mL ng/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

T QO W m g A

1) IkEP IR
a) TESEIOHT 16-24 h, AR FRM b, S OBCEEAMIDIE, M e
Hok, RINARRRIE L FRLSE AR R AR A I B0 2 < 10° cells/mL. LA
HEFEIN 100 pL 20/ Lz fL. A RIFLIN 100 uL PBS. o BAR A, TiEAe i
B
b) EH 1 DNTEEE 96 FL U AR HE % 25 MM .
o)  BAFNZY, 47 (W1 B2-B10) .

d) BRARE

Yy AT fili 201 W & 52

Pam3CSK4 1.8523 mg/mL / ELEA AR

e) 96 fL U JKHRH, S Assay Buffer, &FLAFIIL R, Wi B2 LA 180 uL Assay
Buffer, B3-B11 L, MMA 120 pL Assay Buffer.
£ WU FERRR AL BRI FEE — BB (a0 B2 HinN 1.47

uL Pam3CSK4) , &%)
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g)  MEE 1 ABRERREFL B2 HIREL 60 pL, MIAFIE 2 ANEEEFRL B3, 7R
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h)  DAURISHE, B 9 MHEEMBL (B10) .
i) HPIR a WEEHAFI, R,
P MGEER h R R EERR R, AL 100 pL.
k) % W, T 37°CCO2 BT RFE 6ho

) UFE, % 96 FLAKHR LML, K Luciferase.

2) FEE R
S5 4 JEE LR R U B 45

) 0 pg/mL 15 pg/mL 2.29 ng/mL
H TLR2 Reporter 293 Cell Line
32204 3848991 32666
N
3) WiELR
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Log g[Pam3CSK4] (ug/mL) Log o[Pam3CSK4] (uM)
H TLR2 Reporter 293 Cell Line H TLR2 Reporter 293 Cell Line
EC50 | 0.3126 EC50 | 0.1688

Fig 2. Response to Pam3CSK4(TFA). The H_TLR2 Reporter 293 Cell Line (Cat. GM-C15493) at a concentration

of 2E4 cells/well (96-well format) was stimulated with serial dilutions of Pam3CSK4(TFA) (MCE/HY-P1180A) in
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assay buffer (EMEM+1% FBS+1% P.S) for 6 hours. The firefly luciferase activity was measured using the

Luciferase Reporter Assay Kit (Genomeditech).

2. PLikFHETSLL

B SRR, X T A28, HEFF H TLR2 Reporter 293 Cell Line ZH i &4 1.5 x

10% cells/FLo AYR S 3 5148 F Pam3CSK4(TFA) (LA R f##K Pam3CSK4) 1E NG 254 (g

& 300 ng/mL) , Tomaralimab (anti-TLR2){EA block Hitfk (VLR #RAN Tomaralimab) o

Conc.01 Z¥RE 51129 100 pg/mL, 3 f5H6 EEMBE, Cone.01-Cone.11 73 HIHEAG7E B1-B11, B12

90 IREERTIR . EEIFLIN 100 uL PBS, AR5 IEAFLER

Tomaralimab

FUARHEAT R
1 2 3 4 5 6 7 8 9 10 1 12
PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS | PBS

100.00  33.33
png/mL

PBS PBS

png/mL

1.23

pg/mL

PBS PBS PBS

411.52

PBS

ng/mL

137.17

ng/mL

PBS

45.72
ng/mL

PBS

15.24

ng/mL

PBS

1.69

ng/mL

PBS

PBS

1) IEP B

a) fESCUSAT 16-24 h, KRR IR ECE, THAE ORI, (EAE RS et

7k BS A , AZ0 T O B DA S A R AR BE AR IR EE D 1.5 < 10° cells/mL.

PAFEAG N 100 pL 40 /AL 2 ia) L. A RSLIN 100 L PBS. % BiRd:, T HE

ERAE -

b) M 1 /NTEH 96 FL U AR AE & 25 W0H6 R

c) BEAFFNFUA, EH—4T (A0 B1-B11) o

d) HESBER

23R fith BRI [ WARFS
Pam3CSK4 1.8523 mg/mL / B AR
Tomaralimab 2.75 mg/mL / B SR
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e) 96 fL U KM, MA Assay Buffer, #fLAFI TR, W B1 1A 90 uL Assay

Buffer, B3-B12 fL, A 60 uL Assay Buffer.
D) WIS FERR AR DA SRR, I ZEE — MR ERREAL Y (4 B1 A 7.06 pL

Tomaralimab) , V%],

BRI | BRIERRREAL, (RVUCMATTLIRHL 30 WL, IAIKTL XL

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

7.06 uL

90 uL 60 uL 60 puL 60 uL 60 uL 60 puL 60 puL 60 puL 60 puL 60 pL 60 uL

Tomaralimab

T QO m m g 0O

g)  MEE—ABREERMFESL B1 IR 30 pL, MANEIHE ZABREMBESL B2, MRS

h)y  DAURISHE, EES 1 MEREREIL (B1D .

i) KPR a WE R ML, RFE BiE. IR h SRR PR, AL
50 L, # BEAR, BONREFRA A 1 h.

j)  BCEBEZY) Pam3CSK4 (2 x BUEWKE) , 600 ng/mL Pam3CSK4 (1.17 pL
1.8523 mg/mL Pam3CSK4 B IIAZE] 3600 uL Assay Buffer 1, J&5)J5f#
D .

k) 1hja, ¥R 4UMALARCE, AP ER j dES P BaS 259, #4150 pL.

) 5% B, T 37°C COr Hi9RMHHHE9% 6 ho

m) YOFE, #% 96 fLHJEM EHL, I Luciferase.

2) IREEFRN
SR FE DRI B 45

300 ng/mL Pam3CSK4+0 300 ng/mL Pam3CSK4+ 300 ng/mL Pam3CSK4+ 1.69
H TLR2 Reporter 293 . . .
- Cell L pg/mL Tomaralimab 100.00 pg/mL Tomaralimab ng/mL Tomaralimab
ell Line
2596816 78693 2826332
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Fig 3. Inhibition of Pam3CSK4(TFA)-induced reporter activity by Tomaralimab (anti-TLR2). Serial dilutions of
the Tomaralimab (anti-TLR2)(Aladdin/Ab176102) was incubated with 1.5E4 cells/well of the H_ TLR2 Reporter
293 Cell Line (Cat. GM-C15493) in a 96-well plate for 1 hour in assay buffer (EMEM+1% FBS+1% P.S).
Subsequently, the Pam3CSK4(TFA) (MCE/HY-P1180A) at a concentration of 30 ng/well was added, and the
coculture proceeded for an additional 6 hours. Firefly luciferase activity is then measured using the Luciferase
Reporter Assay Kit (Genomeditech) (left Y-axis, relative luminescence units), with inhibition percentages shown

on the right Y-axis.
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Fig 4. H TLR2 Reporter 293 Cell Line (Cat. GM-C15493) was determined by flow cytometry using Tomaralimab
(anti-TLR2) (Aladdin/Ab176102).

S EIRE (i) AR AH] Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

12 /13



Genomeditech (Shanghai) Co.,Ltd.

cﬂ EiﬁE!aﬂii Order: 021-68455258/50432826/50432825

Email: service@genomeditech.com

RS d

TLR7

H_TLR7 Reporter 293 Cell Line Mouse TLR7 Reporter 293 Cell Line
TLR9

H_TLR9 Reporter 293 Cell Line Mouse TLR9 Reporter 293 Cell Line
TLRS

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

(EIERELININE
PO BAR IR AR, BIR I I I 2 0 DL T I M TR

AL F S SRR TR, AR TR R i

AP A T N EER G, BAME EIRA T R RS

PP B 9 HA 2 AR 55 1) 26 = 5 7R B R (AT #E 240 58 ROV Rl P9 A8 AR R SO AR, A EAT 8 M6, TR
AFEEFT AR SR CRE QBN 20k 88, ksl A 7 SR A= k) .

WNFR A S A VG DUAMO IS, U35E RS H i E YA (Rl A IRA = I veT,

PRSI AR T AR (B HIRAF.

S EIRE (i) AR AH] Genomeditech (Shanghai) Co., Ltd
AR F P BRI g, TR AR T ARIAST ! For research use only !

13 /13


https://www.genomeditech.com/cell-line/H_TLR7-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_TLR7-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/H_TLR9-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/Mouse_TLR9-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/H_TLR8-Reporter-293-Cell-Line
https://www.genomeditech.com/cell-line/H_TLR8-HEK-293-Cell-Line
https://www.genomeditech.com/cell-line/H_STING-KO-THP1-Cell-Line
https://www.genomeditech.com/cell-line/H_STING-KO-U937-Cell-Line
https://www.genomeditech.com/cell-line/STING-KO-Reporter-THP1-Cell-Line
https://www.genomeditech.com/cell-line/STING%C2%A0Reporter%C2%A0HEK-293%C2%A0Cell%C2%A0Line
https://www.genomeditech.com/cell-line/STING-Reporter-THP1-Cell-Line
https://www.genomeditech.com/cell-line/STING-Reporter-U937-Cell-Line

