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1. 4iffsEsR. RF. RHEAES

2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 pg/mL Blasticidin
2 R AT 90% FBS+10%DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. BAIFEHHEE
e
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL ExCell/FSP500
DMEM 500 mL Gibco/C11995500BT
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
GMOne-Step 2.0 Luciferase Reporter 1000T Genomeditech/GM-040513C
Gene Assay Kit
Recombinant Human TNF-a / Novoprotein/C008
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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a)  37°CKIEATIRE Ji B IR, I TG ) 2 75 8 5%
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b) MR H R A A0 R IR ISR 37°CHE IR K i
By, KA MR IR 2K T AN R RS, EEINI
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Pt TH BRI, FEAHAE> 3 x 10° cells/mL.

BIEAMINE DR IR, REE I ) 2-3

x 10° cells/mL, R4 4H A2 SRR, 440 i He b 3

EEHRE TR

AR A

a) {#/H 176 x g, 3 min B CYCEELHL

b) fE A AR AE (90% FBS +10% DMSO) &
Y, ZHAEEE RN S x 10 cells/mL, 8 1 mL
R B RARAAE .

FFRET ESARCE, MR E BT R,
-80°C MRFEZEA | R, RAREER WA

2. YHfEAEAR (BL 10 em IMHH))

T AREREN 1 E 2R, FRERERE, FERR

SR, BERANSEIERNEKERE.

a) NN bR, MEEEAEK. BEFRAETIE 16-24 h
JG, BN VSEGHARMEEERE L, 220 %5 AL F] 80%,
AT AR AL AR . R AR AR L 1:3-1:4, 2-
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1. BiERAELR

AT OB

AL R AT, ST ASSLE, HEFE NFKB Reporter HEK-293 Cell Line ZHffi &

1.5 x 10% cells/fL. A<k 525618 F Recombinant Human TNF-a (17.5kDa)

(LA fiFK Y TNE-

o) TEABHYEZ Y, Conc.01 WRE N 1 ng/mL, 8 586 E# B, Conc.01-Conc.09 4 A HEAL 7E B2-

B10, B11 A0 WEEXTHE . I EIFLINA 100 uL PBS, LARiEiiFLAE K .

FUBRHEAT T
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
125 15.63 1.95 244.14  30.52 3.81 476.84
TNF-a PBS PBS
pg/mL | ng/mL | ng/mL | ng/mL | pg/mL pg/mL pg/mL | fg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) PR
a) fESCIGTT 16-24 h, # NFKB Reporter HEK-293 Cell Line 2 i A3 353 B,
WES OISR BTTTE, A LIRS /)64, B LSE R IR B IR LN 1.5
x 10° cells/mL. CIHEFEHN 100 pL 4/ FLZ HE]FL. & B FLIn 100 uL PBS, & I
AR, TR P A SR
b) A 1 AT 96 FUARME & 2 RE .
o) BAFHNZY), fH—1T (W B2-B10) .
d) BHERE
kY AR S fi i B P 7 1%
TNF-a 0.1 mg/mL / ELEA AR

e) 96 FLEH, IN Assay Buffer, & fLIAR W T4, WiB2 fLAINA 137.1 uL Assay Buffer,

B3-B11 fL, /A 120 uL Assay Buffer.
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Fig 2. Response to Human TNF-a protein. NFKB Reporter HEK-293 Cell Line (Cat. GM-C29472) at a
concentration of 1.5E4 cells/well (96-well format) was stimulated with serial dilutions of Recombinant Human
TNF-o (Novoprotein/C008) in assay buffer (DMEM + 1% FBS + 1% P.S) for 7 hours. The firefly luciferase
activity was measured using the Luciferase Reporter Assay Kit (Genomeditech). The maximum induction fold was
approximately [22.8].

(Right panel: Data plotted after conversion of drug concentrations from mass concentration to molar

concentration.)
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Fig 3. The passage stability of response to Human TNF-a protein. The passages 6, 21, and 36 of NFKB Reporter
HEK-293 Cell Line (Cat. GM-C29472) at a density of 1.5E4 cells/well (96-well format) were stimulated with
serial dilutions of Recombinant Human TNF-a (Novoprotein/C008) in assay buffer (DMEM + 1% FBS + 1% P.S)

for 7 hours. The firefly luciferase activity was measured using the Luciferase Reporter Assay Kit (Genomeditech).
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