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1. giffsEsR. K. RAEFES

2 0 B2 5 B TR I DMEM+10% FBS+1% P.S
AR A TR DMEM+10% FBS+1% P.S+4 ug/mL Blasticidin
2 R AT 90% FBS+10%DMSO
Assay Buffer: DMEM+1% FBS+1% P.S
2. RFUFEAHER
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 Cegrogen biotech/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
GMOne-Step Luciferase Reporter Gene 1000T Genomeditech/GM-040503C
Assay Kit
Recombinant Human TNF-a / PEPROTECH/300-01A
EIRVE
Equipment Manufacturer/Catalogue No.
2 T A ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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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
By, AR IR 2K DL N RS AR, EEINI
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
GO ORI, TEANH> 3 x 108 cells/mL.
AN T E IR IR, A % B R 2-3
x10° cells/mL, R4 4 M2 ST, 440 47k 3]

FIE R FR L

AR AT

{$FH 176 <g, 3 min 25O

1 FH FA 40 LR 77 (90% FBS +10% DMSO) &
YN, ZHMRESE RN 5 < 108 cells/mL, %% 1 mL
SR EIHRRAAE T

RS T, ENhRd)E, WA E B THERR &,
-80°C FIRMFZEAD 1R, RREBERA .
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HAAEAR (BL 10 cm IM294)
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YAy bR gup, WEEEAEK . BRI E 16-24 h
JG, BN VSEHARMEEERE L, 20 %5 KT 80%,
RIATHEAT A AL A R AN AR AR LBy 1:3-1:4, 2-
3 RAEAR.

W I EER FR R 3G 7R E5E 25, 10 em LN 2 mL PBS
TEBE 1K,

3£ PBS, /i 1 mL 0.25% Trypsin-EDTA 4Lk, 37<C
HAk 30-60's, AMEL N %,

FRrAH AR IR, 20 M T B B S5k, 08 440 R P 2 it s 6
BEIF, Jn2mL ZEAAKEFRERSZEHEN, FHH
Ha/NOIRFT R R, 176 xg ZiE B0 3 min.

¢ 1iE, iyt A KR RIS &, RIBEARHET4H
Ji s gy CRR A 55 5 L I AR AN A0 B 85 B 5, A% AX
RN E DY 30-40%) .
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1. BERAELR

AR AT, ST ASSLE, HEFE NFKB Reporter HEK-293 Cell Line ZHffi &y

1.8 <104 cells/fL. Ak 52514 FH Recombinant Human TNF-a. (17.4kDa) (LR fai#k TNF-

o) {ENFHPEZ Y, Conc.01 3REAN 1 pg/mL, 8 f5#:E#MiFE, Conc.01-Conc.09 4 HHEAi 7E B2-

B10, B11 4y 0 ¥REXHE. JEEFLINA 100 uL PBS, PARGIEIAFLIEK -

ST AT
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 24414  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) fESZIGHT 16-24 h, ¥ NFKB Reporter HEK-293 Cell Line 40t A3 35 MR BLHE, T
PR CWSCERARARITIE, RIS 708, B LASE BRI B A Ik ey 1.8
x10° cells/mL. CIHEFEHN 100 uL 4if/FL 2 E]FL. & B FLIn 100 uL PBS, & -
AR, TR R
b) AEA L ANTCE 96 FL V AR AE & 2R .
c) BAMFNZY), 1T (1 B2-B10) .
d EREACE
EILUEAY N it BER e & 5
TNF-a 0.1 mg/mL / ELEA AR
e) 96 LV MR, A Assay Buffer, SfLIAFIIL TR, W B2 fLANA 124.4 uL Assay

Buffer, B3-B11 fL, N 110 uL Assay Buffer.
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) RO R RE S BB NS EE — MR EERRE FL (i B2 A 1.3 L

TNF-0) , VB2

BRI | BRRERRRRIL, M ATILIRIN 157 uL, AL | x|

1 2 3 4 5 6 7 8

9 10 11

12

1.3 uL TNF-a L 110 L 110pL  110pL 2110l 110pL 110 pL

110 pL | 120 pL 110 pL

9) MEAPRERRESL B2 HIEL 15.7 uL, I EEE ZANB EERR R AL B3, 704 .

hy LIRS, BEEE 9 MERRIL (B10) .
) KPR a W E RN ML, REFLIRFE 100 pL B .
D) IMABER h MR LT RO AR, AL 100 pL.
k) # EMEE, T 37°CCOx HFEMHP R 7 h,
) EH RS R E, B Luciferase.
2) HEE RN
AR FE PR S

NFKB Reporter HEK-293 Cell 0 pg/mL 1 pg/mL 59.6 fg/mL
Line 346922 9815674 328987
3) WiELR
NFKB Reporter HEK-293 Cell Line NFKB Reporter HEK-293 Cell Line
1.5%1077 1.5x1077
=) =
= -
2 2
g 1%1071 8 1x1074
= =
] 3
g g
E 5%1064 é‘ 5x10°4
= El
- =
L T T 1 0 T T 1
-8 3 -4 2 0 % 4 2 0 2
Log,s[Human TNF] {ug/mL) Log,o[Human TNF] (nM)
NFKB Reporter HEK-293 Cell Line NFKB Reporter HEK-293 Cell Line
EC50 | 0.002851 EC50 | 0.163%
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FOLD(RLU)
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EC50
NFKB Reporter HEK-293 Cell Line o pd 0.002851
307 4 pll 0.003306
204
10+
0+ T T 1
-8 -6 -4 -2 0
Logg[Human TNF-a] (pg/mL)
EC50
NFKB Reporter HEK-293 Cell Line o pd 0.1639
30~ 4 pll 0.1900
20+
10+
0+ T 1

-6 -4 -2 0 2
Log;g[Human TNF-a] (nM)
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