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Cloning and Expression of Phospholipase A, Domain of Periplaneta

fuliginosa Densovirus in E.coli
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Abstract: The phospholipase A, functional domain of PfDNV capsid gene VP1 was obtained by
RT-PCR amplification. The amplified fragment was ligated into a pMD18-T vector and sub-cloned into

prokaryotic expression vector pET28a and pET26b. The recombinant plasmid pET28a-PLA and

pET26b-PLA were used to transform E. coli BLI21-codonplus DE3

-RIL competent cells. After

induction by IPTG, SDS-PAGE indicated that the highly expressed fusion protein was produced. The

fusion protein was purified with Ni-NTA affinity columns and analyzed by Western blot using mouse

anti-His monoclonal antibodies. The results demonstrated that the recombinant PLA; protein of PI DNV

capsid gene was successfully expressed, which should facilitate further studies on the biological

properties of the enzyme and its function in virus infection.
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Fig. 1 Restriction analysis of recombinant T-vector
1, DNA Marker; 2, pMD18-PLA-A; 3, pMD18-PLA-A digested with BamHI
and Xhol; 4, pMD18-PLA-B; 5, pMD18-PLA-B digested with Hind IIT and
XhoL.

2 pET28a-PLA

pET26b-PLA

Fig. 2Restriction analysis of recombinant plasmid pET28a-PLA
and pET26b-PLA

1, Marker; 2, pET28a-PLA plasmid; 3, PCR product of pET28a-PLA; 4,

pET28a-PLA digested with BamHI and Xhol; 5, pET28a-PLA digested with

XhoL; 6, pET26b digested with HindIIl; 7, pET28a-PLA digested with

HindIII and Xhol; 8, pET28a-PLA digested with Xhol.
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Fig.3 Prokaryotic expression of pET28a-PLA at different time
1, Marker; 2, pET28a induced 3, pET28a uninduced 4, pET28a-PLA
uninduced 5~9, pET28a-PLA induced 1~5h, respectively.
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4 pET26b-PLA

Fig4 The sub-cellular location of pET26b-PLA expressed

products
1, Marker; 2, pET26b-PLA uninduced total cell lysate; 3, pET26b-PLA
induced pellet fraction; 4, pET26b-PLA induced supernatant fraction; 5,
PpET26b-PLA periplasmic fraction; 6, Ni-NTA purified pET26b-PLA.
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5  Western blot
Fig.5 Analysis of western blot
1, Marker; 2, Purified pET26b-PLA fusion protein; 3, Control.
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