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Expression and Localization of the Dendrolimus punctatus Cypovirus

Polyhedrin gene

LI Dou-lin LI Yan-qiu ZHANG Jia-min YANG Bo CHENG Wu-guo
ZHOU Wei-dong HU Yuan-yang
State Key Laboratory of Virology, College of Life Sciences, Wuhan University, Wuhan 430072, China

Abstract To express the polyhedrin (the tenth segment, S10) of Dendrolimus punctatus Cypovirus
(DpCPV) and investigate the localization of the polyhedrin in eukaryote, The polyhedrin gene was
amplified from DpCPV by RT-PCR and cloned into pET-28a vector. The polyhedrin was then expressed
in bacteria. The purified protein was used to immunized rabbit to produce the antibody. The S10 ORF
was also cloned into the baculovirus vector pFASTBAC-HTb. The recombinantplasmid pFASTBACS10
was transformed to E. coli containing AcMNPV bacmid to generate the recombinant Bacmid AcS10.
AcS10 bacmid DNA transefect Sf9 cell and the recombinant baculoviruse vAcS10 was produced. After
S10 was expressed, the products were detected and analyzed by the SDS-PAGE, Western-blot and
Immunofluorescence technique. The polyhedrin expressed in SF-9 cells was mainly located in
cytoplasm.
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2 Fig.2 Identification of pPFASTBAC S10 by enzyme digestion
and PCR
2.1 pET28_Slo 1, pFASTBAC S10 digested by BamH Hind II; 2, pFASTBAC S10
dsRNA digested by BamH Hind III; 3, Amplification of target gene fragment
c¢DNA PCR from pFASTBAC S10; 4, 1kb DNA ladder.
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Fig.1 Identification of pET28-S10 by enzyme digestion and PCR
1, Amplification of target gene fragment from pET28-S10; 2, pET28
digested by BamH I Hind III; 3, pET28-S10 digested by BamH I 3 Bacmid S10  PCR

Hind I1I; 4, DNA ladder.
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Fig.3 Identification of Bacmid S10 by enzyme digestion and PCR
1, 1kb DNA ladder; 2, Amplification of target gene fragment from Bacmid
S10; 3, Bacmid S10 digested by BamH Hind II; 4, Bacmid S10 digested

by BamH Hind III; 5, ADNA /Hind III Marker.
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4 pET28-S10
Blot B
Fig.4 Analysis of the expression product of pET28-S10 by
SDS-PAGE (A) and Western Blotting (B)
1, Protein marker; 2, pET28-S10 transformed strain induced with IPTG after
four hours; 3, pET28-S10 transformed strain induced with IPTG after one
hour; 4, pET28-S10 transformed strain induced without IPTG; 5,
pET28-S10-transformed strain induced with IPTG; 6, pET28a-transformed
strain induced with IPTG.
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Fig.6 Immunofluorescence Assay
A, SF9 cell infected with Ac S10 at 72 B, The same SF9 cell infected with Ac S10 at 72 without the fluorescence activation C, SF9 cells infected with Ac S10
at 72 hours.
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Fig.4 Analysis of the expression product of the recombinant
baculoviruse Ac S10 by 10%SDS-PAGE A and
Western Blot(B)

1, Protein marker; 2, SF9 cell infected with Ac S10 at 72 hours; 3, SF9 cell

infected with the wild virus at 72 hours; 4, SF9 cell infected with the wild

virus at 72 hours; 5, SF9 cell infected with Ac S10 at 72 hours.
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