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Construction of pcDNA3. 0-ING4 eukaryotic expression vector and study en its function

WANG Jin-Zhi, MIAOQ Jing-Cheng, SHENG Wei-Hua, YANG Ji-Cheng
(Department of Medicine, Medical College , Suzhou University, Suzhou 215007, China)

Abstract Objective; To construct pcDNA3. 0-ING4 recombinant eukaryotic expression plasmid and explore the effect of ING4 on
cell cycle and cell apoptosis of SMMC7721. Methods: Using RT-PCR method, the cDNA encoding the mouse ING4 was isolated
and total RNA was extracted from mouse liver tissue. The cDNA fragment was subcloned into the eukaryotic expression vector
pcDNA3. 0. Analysis by PCR, restricting enzyme digestion and DNA sequencing were carried out to demonstrate the sequence of
the plasmid, then the plasmid was transfected into SMMC7721 cell lines by lipofectamine-mediated transfection, Cell cycle was
examined by flow cytometry after transfection with pcDNA3, 0-ING4; apoptosis was deteced by fluorescence microscope with Ho-
echst 33258 staining and laser scanning confocal microscope. Results: RT-PCR product was a 750 bp specific fragment. DNA se-
quencing revealed that ING4 cloning was successful, Flow cytometric analysis displayed an accumulation of cells in the (G2 phase of
cell cycle after transfection with pcDNAS3. 0-ING4. With Hoechst fluorescence staining, we found that the apoptotic rate in
SMMC7721 cells transfected with pcDNA3, 0-ING4 (23. 66%) was higher than that in Hela cells transfected with pcDNAS. 0
(13, 75%, P<C0. 01). Conclusion: The gene encoding mouse ING4 and pcDNA3. 0-ING4 eukaryotic expression vector are ob-
tained. An accumulation of cells in the G2 phase of cell cycle was achieved after transfection with pcDNA3. 0-ING4, and ING4 can
enhance apoptosis of SMMC7721 cells.
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Fig 1 Analysis of RT-PCR product by 1. 2% agrose gel electrophoresis
1:products of RT-PCR; M:DNA marker
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Fig 2 Identification of recombinant vector pcDNA3. 0-ING4
by PCR and restriction enzyme digestion
1:pcDNA3, 0-ING4/EcoR [ +Xba 1 5
2.PCR product; M;DNA Marker
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Fig 3 Identification of ING4 mRNA by RT-PCR
1:pcDNAS3. 0; 2:pcDNA3. 0-ING4; M:DNA Marker
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Fig 4 Cell cycle of SMMC7721 analyzed by flow cytometry
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Explanation of figures (See inside front cover)

Fig 5 Detection of apoptosis by LSCM. A:normal SMMC7721 cell;
B:apoptotic SMMC7721 cell,

Fig 6 Hoechst33258 fluorescence staining (X 400). A:a nucleus of nor-
mal SMMC7721 cell; B:a nueleus of apoptotic SMMC7721 cell,
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