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Fig 2. #14 Human H_IL-12 BERERRER; 4200 16-24 h B2 & H_IL-12 Reporter 293 DDX35™ Cell Line
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Fig 3. #4 Human H_IL-12 BRI #2070 16-24 h iR B H_1L-12 Reporter 293 DDX35™ Cell Line
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2N 5 5 TR DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin+400 pg/mL G418+0.75 pg/mL
Puromycin+125 pg/mL Hygromycin
2N MR AT I 90% FBS+10% DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. WM HER
e
Reagent Specification Manufacturer/Catalogue No.
Puromycin 25 mg Genomeditech/GM-040401-1
Blasticidin 10 mg Genomeditech/GM-040404-1
G418 lg Genomeditech/GM-040402-1
Hygromycin lg Genomeditech/GM-040403-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen/A0500-3010
DMEM 500 mL gibco/C11995500BT
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
H IL-12 Protein, Human, Recombinant 5 pg SinoBiological/CT011-HO8H
(His Tag)
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit
EIRNE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
Al AR AX Moleculardevices/SpectraMax L
EAEIRE (i) AIAR Genomeditech (Shanghai) Co., Ltd
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1. #REE T 2. #HffEAR (BL 10 cm M9

a)  37°CKIBATIRE TR TR AL, INTIIE (1 B 75 s % T AREGFER1E 2R, FHERERE, AR
F5mL % 15 mL B0 . ShER, BERANTHERERNERERE.

b)  AAVBA Hh HCHS R A 4B O R N 37°CE TR K Q) AL, MHEEAEK. BiFRAETiEE 16-24 h
By, AR IR 2K DL N RS AR, EEINI JG, BN VSEHARMEEERE L, 220 %5 KT 80%,
Mg ik Cl% 2-3 708D . RIATHEAT A AL A R AN AR AR LBy 1:3-1:4, 2-

c) H 70% ZEEHEE R AR A AR AT Be L AR 2R 3 R
W2 A EGR G R R AR E 40 SR B B b) R MLEHE IR AR FRSE 25, 10 cm LN 2 mL PBS
AR ) MELE T, BRIES, 176 xg, B0 3min, TEBE 1 K.
fEaEyiiE, # L. ¢) 3F PBS, /il 1mL0.25% Trypsin-EDTA JH ki, 37C

d) fEH 1mL ZIpEIRRER, T & BHE JH1L 30-60s, WAUEL T ME .

GO ORI, TEANH> 3 x 106 cells/mL. d) fFramiAgIE, e B, H5 AT a6 B R

e) JEIEAMINE IR IRIENIE A, R R 2-3 BEIF, Jn2mL ZEAAKEFRERSZEHEN, FHH
x10° cells/mL, R4 4 M2 ST, 440 47k 3] JL/NCIRET B R, 176 xg ZEiR &0 3 min.

FIE R FR L e) 7 hiE, duMiiE AR REE R, RIEART4
i P A3 A R B 7% LI AR RN A 5 BE T H B, AR
RN E DY 30-40%) .
N ERFE:

3. AHMETRAF ARRIETR, FEMRRE, BRTERAR, LS

a) {1 176 xg, 3 min B LR HRIFE, REBER, FRERARLED, 41

b) {3 HIFA 4R AR AR (90% FBS +10% DMSO) Hi & REKRERTRE.

YN, ZHMRESE RN 5 < 108 cells/mL, %% 1 mL
SR EIHRRAAE T
C) FEE T EAANCE, AR BT RS,

S0 C FREED 1R, RIEBERET.
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1. Assay HiFsEL

BAE L BT AR YR =91 LA, T AR P s, HE# H_IL-12 Reporter 293 DDX35™
Cell Line 4Hfi & 1.5%10% cells/fL. AR SE504# A H_IL-12 Protein, Human, Recombinant
(His Tag) (60.1kDa; LA RHR H_IL12) {EAFEMEZ Y, Conc.01 ¥KFEHN 1ug/mL, 4 f%
BiFERFE, Conc.01-Conc.11 3 BIHEAG7E B1-B11, B12 A 0 iREEXI . JAREFLINA 100

uL PBS, AR IR LA K
FLARA -

o}

250 62.5 15.63 3.91 976.56 244.14

T & m m O O

H_IL12
pg/mL | ng/mL | ng/mL  ng/mL  ng/mL  pg/mL  pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) IneeP R

a) TESEEVHT 16-24 h, KM NI, T LR RYUE, ISR
SR E RN, ARSI, L e ek IR R R A IR 1.5 %
10°cells/mL. PAHEAEHN 100 uL 4 /FLZ=F L. FFEIFFL 100 pL PBS. & EAR
wi, TR E R .

b) fEA 1 /NTCH 96 £L VR 2R RE

c) MEAFFIMEES, AT (W1B1-B1D) .

d)  BHHER
LY RN fitil BE fic & 777

H IL12 0.1 mg/mL / BT R
e) 96 LV JEMF, A Assay Buffer, #%fLIAFIL N, 41B2 fLINA 145.2 uL

Assay Buffer, B2-B12 L, Ml 110 uL Assay Buffer.
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RO | BRRERRREIL, UM ATILIRIN 36.7 uL, MAIKAL B
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0

9) MEAFREIL BL PIREL 36.7 uL, IIAFIZE ZAFRIL B2, 7RSI,
hy DLRSHE, BEE 11 MEERBEIL (B1D) .
) KPR a W E RSB, BEALFE 100 pL b
0 AR HIZ5Y), 100 pL &L,
k) @ LBEE, T 37°C CO ¥ F=Aih 3% 7 h,
) EH RS R E, B Luciferase.
2) R HEEA

AR R R W
H_IL-12 Reporter 293 0 pg/mL 1 png/mL 953.67 fg/mL
DDX35™ Cell Line 61635 15250583 75282
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