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Fig. 1 Construction of pd«B EGFP and p4kB d2EGFP
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Fig. 2 Identification of p4xB d2EGFP and p4«B EGFP
I': DL2000 marker: 2: 4x KBSV40 fragment: 3: p4kB d2EGFP
digested by Hind 1l 4: ADNA/ Hind Il marker.
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Fig .3 [Effects of relative positive cell rate and
post-transfection time
*means P<0.01, vs 0 h; & means P<<0.01, vs 12 h, 36 h;
#means P<0.01, vs 4 h; [Jmeans P<<0.01, vs 4 h, 24 h,
36 h. Negative control 1 positive cell rate 0.21% . ¢ ——@:
p4cBEGHP; B B : p4Bd2EGEP.
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Fig 4 The GFP fluorescence image in different time points
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2.5 Effects of mean Mluorescence intensity and poS vector
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frmeans P<0.01, vs 0 #g: Z means P<0.01, vs0. 51g; Smeans

P<0.05, vs 1 pg. Negative contol : mean fluorescence  intensity
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Fig 6 ldentilication of reporter cell
line HEK: 2EGFF gene by PCR
o DL20OD marker; 2: HEK293 cdl; 3:
HER-2ZEGFP reporter cell line.
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Fig. 7 Effects of mean positive cell rate and TFD dose
& means P< 0.01, vs 0.5 mg/ L.
Negative control: positive cell rate 0. 85% .

# means P< 0.01, vs O mg/L;
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Application and Establishment of NF-kKB- Responsive
d2EGFP Reporter System’

1]**

2 . . .
WANG FuwLong"?, LIANG HuaPing”, LIU Xin", XU Xiang"™ , WANG Zheng-Guo"
(Y Research Institute of Surgery, Daping Hospital, The Third Military Medical College, Chongging 400042, China:

Y The 285th Hospital , The Peaple's Liberation Army of China, Handan 056001, China)

Abstract To screen NF-kB antagonistic drugs and research singal transduction pathway related to NF-KB, two
vectors, p4KB-d2EGFP containing destabilized enhanced green fluorescent protein (d2EGFP) reporter gene and
p4kB-EGFP with EGFP gene, were constructed on the base of 4 copies of NF-XB cis-element KB as enhancer,
SV40 as basic promoter and neo" gene as selective gene. The time and dose effects of d2EGFP and EGFP induced
by p65 protein showed that p4kB-d2EGFP was the better NF-kB-responsive GFP reporter gene system because it
is more sensitive to detect the changes of gene transcription regulation after p65 vector transiently contransfected
with the two vectors respectively. The NF-kB-responsive d2EGFP clonal cell line named HEK-d2EGFP was
established after p4kB-d2EGFP stablely transfected into HEK 293 cells. With the cotransfection of NF-xB
transcription factor decoy ( TFD) and p65 vector into HEK-d2EGFP cells, the results showed the groups of
I mg/L and 2 mg/ L. TFD could antagonized the d2EGFP expression induced by p65 protein significantly. It was
demonstrated that the NF-kB-responsive d2EGFP reporter system could report and detect NF-XB activation

accurately and dynamically.
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gene expression regulation, destabilized EGFP ( d2EGFP), B motif, nuclear factor kappa B
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