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Fig. 1 SEAP secretion induced by different concentrations
of TNFa in HEK293 cells and pNiFty-SEAP/HEK293 cells
(24 h)

H—MN: pNiFty-SEAP/HEK293; ¢—@ : HEK293. * Compared with

negative control, ** P<0.01, *** P<0.001.
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Fig. 2 Time-effect relationship of TNFa (0.2 pg/L) on
SEAP secretion by pNiFty-SEAP/HEK293 cells
O: PBS; O: TNFa (0.2 pg/L).
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Fig. 3 Dose-effect relationship of PMA on SEAP secretion
by pNiFty-SEAP/HEK293 cells (24 h)
*Compared with negative control, ** P<0.01; *** P<0.001.
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Fig. 4 Time-effect relationship of PMA (10 pmol/L) on
SEAP secretion by pNiFty-SEAP/HEK293 cells
O: PBS; [O: PMA (10 wmol/L).
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Fig. 5 Inhibitory effect of PDTC on SEAP secretion by
pNiFty-SEAP/HEK293 cells (24 h)
* Compared with positive control, ¥ P <0.05, ** P <0.01.

100 -
90 -
80 1
70+
60 -
50+
40
30

20+
Y[
0 ——
0 3 6

Fig. 6 Time-effect relationship of PDTC (20 pmol/L) on
inhibition of SEAP secretion by pNiFty-SEAP/HEK293 cells

Inhibitory rate/%

12 24 48 72
t/h

2.3.2 NAC X} pNiFty-SEAP/HEK293 4| iy’ NF-xB
TR I AR . BrAE AR NAC 52 4 ] NF-xB
WEERARE ML A2 —, NAC X} pNiFty-SEAP/
HEK293 % Je 40 g /E H it Wt 52 J7 i [A) PDTC. K 7
W, BEAE NAC BT, HX TNFa i 3
NF-«B & A0 FIE 358, 5 pmol/L ] NAC
BV EA G B S EEIEH. B8 Bor, [
—WRFEM NAC (10 wmol/L) 7EFANIAII ], Bl 1
YEFIIN TR O ZE K, % TNFo 15 5 ) NF-kB 1546
PR, A 24 h ik B, IR
64.55%. IXLLLERLRH, NAC 2575 5 IR 4

Prog. Biochem. Biophys. 2006; 33 (2)
HuAH] TNFo 75 3 1) NF-xB 3514
14+
121 *ok
% = ok
1.0
§ 08 L skksk
= sksksk
0.6
041
021
0
p(TNFo)/(ng-L™) 0.2 0.2 0.2 0.2 0.2 0.2
¢(NAC)(pmol L") 0 1 5 10 20 40

Fig. 7 Inhibitory effect of NAC on SEAP secretion by
pNiFty-SEAP/HEK293 Cells (24 h)

* Compared with positive control, ** P <0.01, *** P <0.001.
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Fig. 8 SEAP time-effect relationship of NAC (10 pmol/L)
on inhibition of SEAP secretion by pNiFty-SEAP/HEK293

cells
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Establishment and Application of a Screening Assay Based on
NF-kB Signal Transduction”

MA Yan-Xia, XU Bo, CUI Jing-Rong™, WANG Li, WU Jun, LI Min™
(National Research Laboratories of Natural and Biomimetic Drugs, Peking University Health Science Center, Betjing 100083, China)

Abstract NF-kB has been reported to play an important role in immunity, inflammation and carcinogenesis by
regulating expression of its target genes. Thus, NF-kB was recognized as a promising target for the prevention and
treatment drugs against cancer and inflammation. NF-kB sequence, reporter gene SEAP and selection gene for
Zeocine resistance in plasmid pNiFty-SEAP were transfected into HEK293 cells. Therefore, NF-kB activity was
able to be evaluated by SEAP activity in the transfected cells. Based on pNiFtySEAP/HEK293 cells, a screening
assay was established, by which known NF-kB stimulators TNFa and PMA were demonstrated to activate the
NF-kB in dose and time dependent manners. In contrast, NF-kB inhibitors PDTC and NAC showed inhibitory
effects on the NF-kB activity in indicated doses and times. Except several characteristics such as stability,
sensitivity, sepecifity, the assay was capable to screen both agents inducing and inhibiting NF-kB activity at the

same experiment, which will be useful for the discovery of compounds targeting NF-kB signal pathway.

Key words NF-kB, SEAP, inflammation, cancer, drug screening
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