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IR IR TR RPMI 1640+10% FBS+1% P.S+ 2 ng/mL GM-CSF
Y ff A R R R RPMI 1640+10% FBS+1% P.S+2 ng/mL GM-CSF+3 pg/mL Blasticidin
2 ML A7 90% FBS+10%DMSO
Assay Buffer: RPMI 1640+1% FBS+1% P.S
2. IR ER
T HE
Reagent Specification Manufacturer/Catalogue No.
Blasticidin 10 mg Genomeditech/GM-040404-1
GM-CSF 10 g novoprotein/C003
Pen/Strep 100 mL Thermo/15140-122
Fetal Bovine Serum 500 mL Cegrogen biotech/A0500-3010
RPMI 1640 500 mL gibco/C11875500BT
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well White Flat Bottom Polystyrene Not Treated 96-well Corning/3912
Microplate
Recombinant Human TNF-a 50 pg PEPROTECH/300-01A
GMOne-Step Luciferase Reporter Gene Assay Kit 1000T Genomeditech/GM-040503C
A A
Equipment Manufacturer/Catalogue No.
il e ThermoFisher Scientific/Countess 3
BEEARAX Moleculardevices/SpectraMax L
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W 2-3 R4k, AZILHFERE 1.4 x 100
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1. Assay IGiF s
EAE DT YRR G EEAL, X T AR SRS, HEFE NFKB Reporter TF-1 Cell Line
MM 1105 cells/fL. AR S256: {8 B Recombinant Human TNF-o (17.4 kDa; UL faj

FR H_TNF-o01E A BH 254, Conc.01 ¥ & Jv 100 ng/mL, 4 586 £ #%¢ , Conc.01-Conc.09

3 HEA(E B2-B10, B11 24y 0 ¥REEXTHE . JA FEIFLANA 100 uL PBS, LAB bl FLAE K -

FLARAT S5
1 2 3 4 5 6 7 8 9 10 11 12
PBS
6.25 1.56 390.63 97.66 2441 6.1 1.53
H_TNF-a PBS
ng/mL | ng/mL ng/mL ng/mL pg/mL pg/mL  pg/mL | pg/mL | pg/mL
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) ISR
a)  (ESZIGHT 1-2h, AU B IR, S0 B E, LA Assay Buffer 5 &
YHML, THEYEMESEE A E A, BRI Assay Buffer 7, RERYHUIRE N 2 <
108 cells/mL. PAHEHEIN 50 pL 4Hfa/FL A alfL. J& B RFLI0 100 uL PBS. % B4R
i, TP E R
b) M 1ANTCH 96 1L V EARAE R 25 .
c) EAMFNZAY), 47 (40 B2-B11) .
d) BRRMER
LY RN fifi 5201 [ =IRrS
H_TNF-a 0.1 mg/mL 0.01 mg/mL HY 2 pL fif#ii+18 uL Assay Buffer

e) 96 fL VI KRS, I Assay Buffer, SfLIAFIIL TR, @1 B2 FLINA 71.87 uL
Assay Buffer, B3-B11 L, ML 110 uL Assay Buffer.
f) WA [EARFR AR DRSS BRI, IINBNSE — AR MR FLH (an B2 i 1.47

uL H TNF-a) , %],
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BERIR L PEEERGREFL, IR ETFLIREY 18.33 L, HIAIKAL Xt R4
1 2 3 4 5 6 7 8 9 10 11
1.47 L
55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL 55 uL
H_TNF-o

9)  ME—AHRESL B2 IR 18.33 uL, IR —AMFRL B3, ARSI
h) DAEHE, BHEH 9 MEMRBL (B1O) .
) FPER a A BRI
) IMABEERRELFHIZ5Y), 50 pL fEAL.
k) 5 EMREE, T 37°C CO B3 FE 1% 7 h,
) fiiH] GMOne-Step fi 5 J& B A k71 &, A% Luciferase.
2) wEERERN
A A ]

. 0 ng/mL 100 ng/mL 1.53 pg/mL
NFKB Reporter TF-1 Cell Line
30890 2647762 37111
y
3) KFZER
-©- NFKB Reporter TF-1 Cell Line -©- NFKB Reporter TF-1 Cell Line
3.0x 10+ 3.0x10%4
2 2
€ 2.0x10 € 2.0x10
v v
2 2
g g
£ 1.0x1054 £ 1.0x1054
£ £
= =
= =
04 v r 1 0 Qb T r J
-4 -2 0 2 4 -6 -4 -2 0 2
Logio[H_TNF-¢] (ng/mL) Logio[H_TNF-¢] (nM)
NFKB Reporter TF-1 Cell Line NFKB Reporter TF-1 Cell Line
EC50 2.744 EC50 0.1577
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