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NF-xB/Rel 15 5@ # 45 NF-xB2 p52/p100.NF-kB1 p50/p105.c-Rel.RelA/p65 Fl RelB.
XU HE A B E A RS R T, AR HI R T2 AR, B S AT I N A A
Fe RAE MU, B 400K B R LG B R A R AR - fEA RS g e, NF-
kB/Rel H#¢ IkB H L5 G A e RAWMIA T LPS. AKK TP ZAEEE IKK B
&4 (KK IKKo A1 NEMO) , il IKB HHBERRIL. kB HIBERR I 3 Bz AU R A
PARBEfR, PR NF-xB/Rel B4 1. M NF-xB/Rel & &P it i R 10 it — 25 s - 7 3140
fotz, FIRLIERIRIL.

#EY) NFKB Reporter TF-1 Cell Line & —#f Luciferase R 52 H A R 24 TNF-a
SiaseRE, WOE TS T EE, AIMEIEZOLRM (Luciferase) HIFRiA. Luciferase BE{H
RISl B AR RO, PRI AT F T TNF-a B0 RO TET

TNF-a
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1. ZfEIr. . RHRGnEE

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-alpha Protein 10 pg Sino Biological/10602-HNAE

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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. ARED. B BE

R 5

37°C/AKIB TS IR B TR, I TRRE I E 555 %
A 5mL % 15 mL B.0%E .

RNV 2R R L R A 4 B R RN 37°CE IR K I
By, KA BRI TR 20K T DA T R AR R SRR, EEINI
MRt GEE 2-3 7380 .

FH 70% Z B VR AZ B A0 LARRAIGTS G 1) J L3R AE A
W2 AR R R AR TR A S e AR BB — D
#HEOE T, BRIES, 176 g, &0 5min, ff
pITE, 7.

B AMNE PRI, RS 2 R 4-6
x10° cells/mL, L4 4 i 2o SRR, 4 i Bl
FiEE 1-2 4~ T25 1 (3-5mL, HEFREIR 25cm2) , &

HHETR o

LR

{$FH 176 <g, 3 min 25O

18 FA A 4L 777 (90% FBS + 10% DMSO) i
AL, A B A%y 3 > 108 cells/mL, &8 1 mL
SR BIH R E T

FFRET, ESARLE, BIRAE B T E R G,
-80°C MRFFZED 1R, RIRERERE T

2. ZHAAEAR

T BRENE, % 48-72h ATEATE AR, HkiE

R M3 SR T VRO NP A R A KSR

Q) AN REMUHEAN, MO, BiFE
Ko

by BRI, A BN A0 % KRR
FERE TR P A L BURORE, TR AN S N R IA -

C)  UEFEIAF] 1-1.2 <108 cells/mL, 1 1% 2-11% 3,
F L RRRAER, BRS VAR R OIRBALHE, AL
FB P 1.2 <106 cells/mL, HEF {3 T25 AT 44
REEFR, B THEEE R A AR . BOVE .
AR W DL E BRI B TR I A KIS IR, R
HMLRFT 3951 JE RGBT T25 3578 gk 835 7%

EBE:

a) NN BRI L, AR R IA R 1-1.2 %

10 cells/mL i, 55 RS — RHEATAA. AU R
BEAT A B B0 T MR IR, DR 0 1 4 i 2
AN PR T E 753 D AT E £ g ik AN AR [R] 1 ) I
TR

b)  FBS IfiEE 56T M 30 404¥, W] K IFE MRS

TAEE, EANE 0K 2 B K AR I i
.
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N~ FERAE
1. Assay IiF s

EAE DT YRR G EEAL, X T AR SRS, HEFE NFKB Reporter TF-1 Cell Line
YN 4 > 10* cells/fL. ASIRSLL % H Recombinant Human TNF-alpha Protein (17.5
kDa; PLRfEFR TNF-a) {EAFAPEZY), Conc.01 KN 100 ng/mL, 4 f5k6 S #FE,

Conc.01-Conc.09 43 #HEAG7E B2-B10, B11 4 0 WRFZEXIE. JAFEFLIIA 100 uL PBS, Lk

Bl b FLAE K -
FLARAT R -
1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
100 25 6.25 1.56 390.63 6.1 1.53
TNF-a PBS
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) ISR
a) FESRIGHT 1-2 h, KANB ARG TR B, B Ui YTE, L Assay Buffer HE2:41
0, K60 40 B A 1 Assay Bufer YEVA4EML 2 i, Rk FRFET) GM-CSF.
FiLL Assay Buffer {5240 ik &y 8 <105 cells/mL. LLHEHEIN 50 pL 40 /4L 2 Al £L .
JEEEIFLN 100 uL PBS. &5 LA, TWAahimE .
b) fFH 1 NG 96 FL V R AL W F R -
¢ BAMFZAY, MH—47 (W B2-B11) .
d) EREHER
LYY it BER I WARES
TNF-a 0.15 mg/mL 0.015 mg/mL HY 2 pL fi#i+18 uL Assay Buffer

e) 96 LV JEMH, B Assay Buffer, SFLARFIIL R, 41 B2 LN 80 uL Assay

Buffer, B3-B11 fL, JNA 60 uL Assay Buffer,
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) WA R AR S BRI SIEE — MR EEMREFL (i B2 A 1.08

uL TNF-a) , R4,

BB B REAL, IRUCARTALIIN 20 uL, AL | % |
1 2 3 4 5 6 7 8 9 10 11 12
1.08 uL TNF-a.
9) ME—AMHRESL B2 HWLEL 20 uL, IR AL B3, 78RS .
hy DUHSEHE, B2 9 MRERBEL (B10) .
i) CRPER a WA A FLAREH .
) IIABRERMREF 259, 50 pL AL,
k) IR, T 37 °C CO B 9748 9% 7 h,
[) f#H GMOne-Step #& & & R Al 7 &, # Luciferase.
2) REZEHEKN
Zx 4k 5 JE R Rl 1t B F5
\ 0 ng/mL 100 ng/mL 1.53 pg/mL
NFKB Reporter TF-1 Cell Line
31187 9498551 30138
3) WiE4R
NFKB Reporter TF-1 Cell Ling NFKB Reporter TF-1 Cell Ling
1.2x107+ 1.2x107+
E 0 10¢- ° E 9x10¢- °
§ 6x10° § 6x10°
) g
ERERTLE E ax100,
_ =
0 Sy r r | 0 G—=c- r r |
-4 2 0 2 4 % 4 2 0 2
Log o[ TNF-a] (ng/mL) Log o[ TNF-¢t] (nM)
NFKB Reporter 'I'F-1 Cell Line NFKB Reporter TF-1 Cell Line
EC50 | 0.5558 EC50 [ 0.03176

Fig 2.480E 4553 Cf BN 25 AT BRI B RN B AR FE ISR R 22D o

TR (R HIRAF Genomeditech (Shanghai) Co.,Ltd
AN P AR g, MR T AR For research use only !

8179




Genomeditech (Shanghai) Co.,Ltd.

((/} ESEE!Q“*& Order: 021-68455258/50432826/50432825

Genomeditech Toll-free: 400 627 9288
Email: service@genomeditech.com

P 1. REMERIESER

NFKB Reporter TF-1 Cell Line

<00 EC50
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400+ -A-CP13 0.9108
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=]
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1004
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Fig 3. T MIRIES R

FESRT

NFKB
NFKB Reporter HEK-293 Cell Line NFKB Reporter Jurkat Cell Line

NFKB Reporter THP1 Cell Line

5 FH VF AT B

T AR FLE AT AR T R AL, A B R AT ELE BRI AT R R VE AT BRI T R A VR AT
N FHAEYR R E VAR, AR, AL SRS R P T AR T AL

FEF W EMRBF AT 7 2 8], B I J7 A v DR 7 VB R . BT TS0 5. 2R
B A DAL T AR RTA R AR e SR i L AT BRI, BRRE. R EEE
AR w5 =7 AR ANV i N BT H BT A6 A

PRI TE S5 H I R
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