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[Abstract] Objective To construct the recombinant lentivirus expressing vector BAD (Bcl-2-associated death
protein) gene and to study its effect on A549 cell proliferation. Methods  The BAD gene was amplified from
plasmid pAV-MCMV-BAD-GFP by PCR. The purified BAD gene fragment was inserted into a lentivirus vector
(pLVX-IRES-ZsGreen 1), and the insertion was identified by PCR, restriction endonuclease analysis and DNA
sequencing. A549 cells were then transfected with the packaged recombinant lentivirus, and resistant cell clones
were selected with flow cytometry. The expression of BAD in A549 cell lines stably transduction with a lentivirus
was examined using Western blot. The effect of BAD overexpression on proliferation of A549 cells was evaluated by
using CCK-8 kit. Results Restriction enzyme digestion and DNA sequencing showed that the full-length BAD gene
(507 bp) had been successfully subcloned into the lentiviral vector to result in the recombinant vector pLVX-IRES-
ZsGreen 1. Monoclonal cell lines BAD-A549 was produced after transfection with the recombinant lentivirus and
selected with flow cytometry. Stable expression of BAD protein was verified by Western blot. In wvitro, the OD
value in BAD group was significantly lower than that of control groups from 120-144 h (P<C0.05). Conclusion
A549 cell lines stably transduced with a lentivirus expressing the BAD gene had been successfully generated. In
vitro s BAD overexpression significantly inhibited A549 cells proliferation.
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Fig 2 Restriction enzyme digestion result of BAD gene and T vector
ligation product
M: Marker; 1: The restriction enzyme digestion result of BAD

gene and T vector ligation product; 2: T vector
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Fig 4 The lentivirus-infected cells were GFP positive cells sorted by flow cytometry Fig §

fluorescence microscope

5A, 5B, 5C: PLV-BAD, EV and A549 group
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Fig 6 The BAD protein expression detected with Western blot assay
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Fig 3  Restriction enzyme digestion result of BAD gene and pLVX-

IRES-ZsGreen 1 vector ligation product
M: Marker; 1, 4-10; The correct strip verified by restriction
enzyme digestion; 2, 3: The incorrect strip verified by restriction

enzyme digestion
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