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Construction of recombinant plasmids Egr1-XPO4 and its synergic inhibition
with 5-FU against hepatocarcinoma SK-Hepl1 cells
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[Abstract] Objective: To construct recombinant plasmid Egr1-XPO4 and evaluate its synergic inhibition with 5-FU against hepatocar-
cinoma SK-Hep1 cells. Methods: The XPO4 gene was inserted into vector carrying promoter Egrl to construct a new recombinant vec-
tor, Egr1-XPO4, which was then transfected into human hepatocarcinoma cell line SK-Hep1 and sensitized with chemotherapeutic drug
5-FU. Western blotting was adopted to examine the protein expression of XPO4; CCK assay was used to detect SK-Hep1 cell prolifera-
tion after transfection, and Flow Cytometry with Annexin V-FITC/PI staining was used to detect the apoptosis of SK-Hep! cells. SK-
Hepl cell xenograft model was constructed on nude mice, and the effect of Egr1-XPO4 in combination with 5-FU on the growth of xe-
nograft was observed. Results: The recombinant plasmid Egr1-XPO4 was successfully constructed. With the sensitization of 5-FU, the
expression of XPO4 protein in SK-Hepl cells was significantly elevated after Egr1-XPO4 transfection, and the evlevation was in a 5-
FU dose-depend manner. The combined treatment of Egrl-XPO4 and 5-FU produced a significantly stronger inhibition against SK-
Hepl1 cell proliferation and greatly promoted apoptosis of SK-Heplcells compared with 5-FU or pEgr-XPO4 mono-treatment group (all
P<0.05). And in vivo antitumor experiment showed that the tumor volume in Egrl-XPO4+5-FU treatment group was significantly
smaller than that of Egr1-XPO4 or 5-FU mono-treatment group (P£<0.05). Conclusion: The recombinant plasmid Egr1-XPO4 in combi-
nation with 5-FU could exertsynergic inhibitionagainst hepatocarcinomaSK-Hep1 cells.
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Fig 1 Identification of Egr1-XPO4-EGFP plasmids
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A: Representative photos of EGFP expression in SK-Hepl cells
(Fluorescent staining, x20);
B: Fluorescence rate examination by flow cytometry
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Fig .2 Efficiency of SK-Hepl1 cells transfected by XPO4 gene
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Fig. 3 Changes in the expression of XPO4 protein by
Western blotting
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Fig. 4 Proliferation of SK-Hep1 cells by CCK-8 assay
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Fig. 6 Tumor growth in nude mice of each treatment group
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