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1. giffsEsR. K. RAEFES

2 0 B2 5 B TR I RPMI 1640+10%FBS+1%P.S
AR A TR RPMI 1640+10% FBS+1% P.S+3.5 pg/mL Blasticidin
2 R AT 90% FBS+10% DMSO
Assay Buffer RPMI 1640+1% FBS+1% P.S
2. RFUFEAHER
R
Reagent Specification Manufacturer/Catalogue No
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
GMOne-Step 2.0 Luciferase Reporter Gene 1000T Genomeditech/GM-040513C
Assay Kit
Recombinant Human TNF alpha 10 g Novoprotein/C008
HEALA
Equipment Manufacturer/Catalogue No.
AR A ThermoFisher Scientific/Countess 3
BEEFRAX Moleculardevices/SpectraMax L
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B, TEAEY) R AN U G T R A R KIGFRAE. A 48h RALAR, ARUVCE 4 HMmE 5
MR RIS T ) EOE T, BERS, HRIRIE, AR SO R E
176 xg, &0 3 min, F4HMEYTE, 7 LG C) HUYHMfISEEIAF) 1.5-2 <100 cells/mL, 1 1% 3,
d) fiH 1 mL So5ssRiksE g, a0 H R 2-3 RERERALAL, ANELEHHFEE 2 < 106
G g O Bm A, A>3 x 108 cells/mL, #EFEfHH T25 AT A ARG 7%
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YRR A 1-2 4> T25 H (3-5mL & » SRR NHTI) T25 Bi o fHh gk 8% 75 .
BREFE
3. AT a) ZAMXEEBONEUR, BIR. ERANEER
a) R 176 xg, 3 min 25U . R A B T .
b) fsf FH A 20 BV A7 (90% FBS + 10% DMSO) b) HUMRMERER, AR % U RE Y
HURAHML, AR Ry 5 =< 10° cells/mL, S T T
B L mL RS R A ¢) FBS &% 56T M 30 4M4h, FTRIEIMER
c) FrEET, E4hidE, KMIEAEE THER AR, (B 5% B L8 K TR
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AR AT, KT A SLEG, HEFE NFKB Reporter Jurkat Cell Line i )y 1 x

105 cells/fL. AVRSLE6 {4 B Recombinant Human TNF-a (LL R f##% TNF-a; 17.5 KDa) {EA

FHIEZ]Y), Conc.01 ¥KJEHN 3 ug/mL, 5 f&5HEEMFE. Conc.01-Conc.09 43l AT 7 B2-B10,

B11 4y 0 iR FEXTHE,

JA LD 100 uL PBS, VAR LI FLE K o

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
4.8 38.4
human TNF-a PBS
pg/mL | ng/mL ng/mL ng/mL ng/mL pg/mL pg/mL pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) kP IR

a) TESCEGHT 1-2h, KM B TR U, B ORI, & & Assay Buffer
LR, ST TN AR 3 73 I v £ DA Assay Buffer I B84 0 B2 0 2 <108 cells/mL.
PAFEREN 50 pL gapg/sLz= b alfL. JRE RN 100 pL PBS. o AR, T4
HE.

b) EFTEH 96 FL V JEHHE S 25 R .

c) XTRANFES, fH—17 (BT .

d EREACE

LR

feli 201 W & 532

HRAE A

TNF-o

100 pg/mL /

e) NN Assay Buffer, SfLIAFIN FER. 41 B2 FLA N 75 uL ) Assay buffer, B3-

B12 fin A\ 55 uL [¥) Assay Buffer.
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) WRECA R AR St BB NS SE — MR EERRE FL (1 B2 A 4.78 L

TNF-a) -
BRI | BAREREETL, HCUCMARTTLIRIN 15 WL A KA | xpL |
1 2 3 4 5 6 7 8 9 10 11 12

4.78 pL TNF-a VN 75 L 60 pL 60 pL 60 pL 60 pL 60 pL 60 pL 60 pL 60 pL 60 pL

0) ME—ABREEMEAL (1 B2) HRHL 15 pL ik, AR AL (o
B3) , 7R
hy DUEHE, B2 9 MM (B10) .
i) KPR a i E AR AL .
)RR L RS EE R FL I 50 pL.
k) i bR, T 37°C COz ¥rFrfaHhiid= 6 h.
) WCRERLI Luciferase.
2) WeE RN
A B R I 5 B

_ 0 pg/mL 3 pg/mL 7.68 pg/mL
NFKB Reporter Jurkat Cell Line
2285 294427 2381
N
3) WiELR
NFKB Reporter Jurkal Cell Line NFKB Reporter Jurkat Cell Line
4x10°1 4x10°1
=) =)
g 3x10°1 g 3x10°1
g g
5 2x105 £ 2x105
< i
£ £
g 1x10° g 1x10%
= =2
= ~
[} T T T 1 0 T T 1
-6 -4 -2 0 2 -4 -2 0 2 4
Log;o[ TNF-a] {ug/mL) Log[TNE-a] (nM)
NEFKB Reporter Jurkat Cell Line NFKB Reporter Jurkat Cell Line
EC50 | 0.004077 EC50 | 0.2330
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