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Fig. 3 The SDS-PAGE analysis and Western blot identification of
expression in E.coli of BmDNV-3 non-structural protein NS1. 1.
Western blot analysis of BmDNV-3 NS1; 2. The protein of BL21 star
containing pET-30a-NS1; 3. The protein of BL21 star, as negative
control; 4. The protein of BL21 star containing pET-30a, as negative
control; M. Protein molecular weight marker (MW marker).
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Fig. 2 Construction of recombinant baculovirus and PCR analysis.
A: Construction of recombinant baculovirus; B: PCR analysis. M:
DNA maker. 1. Negative control; 2 3. PCR of bacmid-NS1-eGFP

using pUC/M13 primers; 4: PCR of bacmid-eGFP using pUC/M13
primers.
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Fig. 3 BmN-4 cells at 3 days post-infection with vBm-NS1-EGFP and
vBm-eGFP(200><). Recombinant baculovirus vBm-NS1-eGFP was used 34.7kDa, EGFP 26.9kDa,
to infect BmN-4 cells. At 3 days post-infection cells were observed using a 60kDa
fluorescence microscope (B) and a light microscope (A) respectively. !
Recombinant baculovirus vBm-eGFP was used as control(C,D). All im- NSl-egfp NSl-egfp
ages were magnified at 200><. ’
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Fig. 4 A: SDS-PAGE analysis of NS1-eGFP fusion protein in fat body from silkworm larvae. B: Fluorescence image analysis of NS1-eGFP
fusion protein in fat body from silkworm larvae. C: Detection of NS1 fusion protein by Western blot. Extracted proteins were separated by
SDS-PAGE (10% gel) and detected by fluorescence image analyzer. M: Protein molecular weight marker (MW marker), 1,4 and 8: protein from
fat body of 2 d.p.i. infected larvae with recombinant virus vBm-NS1-eGFP, 2,5 and 9: protein from fat body of 4 d.p.i. infected larvae with
recombinant virus vBm-NS1-eGFP, 3,6 and 10: protein from fat body of 2 d.p.i. infected larvae with recombinant virus vBm-eGFP, 7: protein
from fat body of 4 d.p.i. infected larvae with recombinant virus vBm-eGFP. Protein from fat body of infected larvae with recombinant virus
vBm-eGFP was used as control.
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Expression of non-structural protein 1 of Bombyx mori densovirus-3

Wei Yu, Qin Yao", Zhongjian Guo, Fang Bao, Huijuan Yin, Keping Chen
(Institute of Life Sciences, Jiangsu University, Zhenjiang 212013, China)

Abstract: We cloned the NS1 gene of BmDNV-3 into the prokaryotic expression vector pET-30a after we amplified the NS1
gene by PCR, and then we transformed the pET-30a-NS1 plasmid into BL21 star to express BmDNV-3 NS1. After we induced
NS1 expression by IPTG, we used Western blot analysis to indentify the recombinant protein, the result indicated that the re-
combinant protein was BmDNV-3 NS1. After purification, we used NS1 to immunize New Zealand white rabbits following
standard protocol to harvest anti-NS1 anti serum. On the other hand, we cloned the BmDNV-3 NS1 into pFastBacHTb-eGFP
vector, and then transformed the pFastBacHTb-NS1-eGfp into BmDH10BAC to harvest recombinant bacmid genome. We ob-
tained the recombinant virus from the cells, which was transfected by the recombinant bacmid genome using liposomes. We used
the virus genome to infect Bombyx mori larvae. We observed the fluorescence in the cells and silkworm larvae at 2 days post infec-
tion, and then we used SDS-PAGE and fluorescence image analysis to identify the fusion protein. The result showed that the size of
the fusion protein was not consistent with the expected size of NS1-eGFP, indicating the fusion protein was degraded randomly by
the intrinsic digestive protease. To further confirm the fusion protein, we used Western blot with an anti-NS1 antibody.
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