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Abstract: To develop a method based on immunoreactions for detection of Ectropis obliqua Nucleopolyhedrovirus (EoNPV),
the polyhedra of the virus were purified and used to immunize the mouse BALB/c. The spleen cells from the immunized mice

Received: June 21, 2011; Accepted: October 31, 2011

Supported by: National Key Technology Research and Development Program (No. 2011BAD01B02), Science and Technology Program
of Zhejiang Province (No. 2011R09027-13).

Corresponding author: Qiang Xiao. Tel: +86-571-86650801; E-mail: xqtea@vip.163.com

B F R SR (No. 2011BAD01B02), #iilA R 1F &l (No. 2011R09027-13) ¥,



HER SRRELREEBARSSAEERRRAENHE

were then fused with the myeloma cell line Sp2/0. A hybridoma cell line which can stably secrete the monoclonal antibody
against EONPV was achieved by using indirect ELISA screening and cloning methods, and was named as 7D3. Meanwhile, the
polyhedrin gene was cloned from EoNPV and expressed in E. coli. Western blotting analysis showed that the monoclonal
antibody prepared from 7D3 could specifically react with the recombinant polyhedrin. An indirect ELISA method based on this
monoclonal antibody for detecting EONPV in infected tea looper was developed.
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Fig. 1 The titres of ascitic of cell line 7D3.
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Fig. 2 Western blotting analysis of EONPV. M: protein
marker; 1: virus of EONPV.
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Fig. 3 Construction of ph gene prokaryotic expression-vector plasmid. 1: PCR product of ph gene; 2: recombinant
pMD18-T vector was identified by double enzyme digestion with BamH | and Xho I; 3: pGEX-4T-2-ph was identified

by PCR.
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Fig. 4 SDS-PAGE and Western blotting analysis. M:
protein molecular weight marker; 1,2: SDS-PAGE
analysis of ph protein, PGEX-4T-2 vector, respectively;
3,4: Western blotting analysis of GST-ph fusion protein,
PGEX-4T-2 vector, respectively.
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Fig. 5 Detection of the purified EONPV with cell line
7D3.
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Fig 6 Standard curve of ODys, value with different
concentration of purified EONPV.
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