g AR SEP 20, 2009, 36(9): 1443~1448

M inObiOlOgy © 2009 by Institute of Microbiology, CAS

tongbao@im.ac.cn
imEANS

B Mg KiE Ik iz m = NS2 EHBIFRIA.
LR HI & & 2R E AL
BT AWRY EARD Engt SR W M wkmEd Haigt

(L. 430068)
Q2. 430072)

1§ FE: ns2 LZMRBRE R EFG—ANELEMAR, ey &af X4 30 kD, £—A2h4E
AEabg KB . AT Z AR B RATRENG DA R, WS T BRIk IRAZ A 25 6 330 69 )5 1 20 47
F i@ if RT-PCR 7% ns2 KB %AEF7], ¥ EMETREEKLEA pET-28a, WK MATH
BL21(DE3) #kiFab kit =4, Wb EAZ 5 BoiLE, LAFBEZXRA R, 41§ % Lk
R, KA Western PP AR, B iZIuAAen ns2 A 69 B4R IR 4, iR IURH AT 04T
NS2 & @ ayH—t, THA T NS2 &MAh e B . R, Fup 5 o) ok £ R 68 m ik ik
HIKpAC, FR T MG H LR 2 @mit R X THEY, @i R E DML ZIARKENZ K
A S2mieF ey mieis, LINS2 &AL Rl T@meh, BARA Y E50H.

KR EMRRIRMZ /A, NS2 &8, &K, Zafeiis

Expression, Purification, Preparation of Polyclonal
Antibody and Subcelluar Localization of the NS2
Protein of Periplaneta fuliginosa Densovirus
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Abstract: NS2 is a nonstructural protein of Periplaneta fuliginosa densovirus (PfDNV) with a molecular
mass of 30 kD, whose function is not yet clearly understood. In order to study the expression, subcellular
distribution and the function of NS2 protein, the coding region of NS2 was amplified from the hindgut tissue
of cockroaches infected with PfDNV by RT-PCR and then the recombinant prokaryotic expression vector
pET28a-NS2 was constructed. The recombinant plasmid was transformed into E. coli BL21 (DE3) to ex-
press the 6xHis fusion protein in the bacteria. After purification, the fusion protein was injected into New
Zealand rabbits to prepare polyclonal antibody. The specificity of the anti-NS2 antibody was successfully
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proved by western blotting on the eukaryotic expressed products of NS2 protein Meanwhile, the full se-

quence of ns2 gene was also cloned into the eukaryotic expression vector pAC. The recombinant plasmid
pAC-NS2 was then transfected into Schneider line 2 (S2) cells to express NS2 protein in the insect cells. The
subcellular localization of NS2 in the insect cells was then investigated by indirect immunofluorescence
technique using the anti-NS2 polyclonal antiserum. The confocal laser scanning microscope observation
showed that NS2 protein was located primarily in the cytoplasm with some punctate nuclear staining.

Keywords: Periplaneta fuliginosa densovirus (PfDNV), NS2 protein, Expression, Subcelluar localization
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Fig. 2 Construction of the expression vectors and their 35— —

restriction enzyme digestion analysis
Note: M: 1 kb ladder DNA marker; 1: pET28a-NS2/BamH I+Xho I,
2: pAC-NS2/Kpn I+EcoR 1.
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Fig. 3 SDS-PAGE analysis of His-NS1 expression in E. coli
and its purification

Note: M: Marker; 1: Bacterial lysate before IPTG induction; 2-6:
Bacterial lysate after ITPG induction for 2,3,4,5 and 6 hours, re-
spectively; 7: Purified His-NS1 fusion protein.
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Western blot analysis of NS2 expression in S2 cells

: Marker; 1: Lysate of S2 cells; 2: Lysate of S2 cells trans-

fected with pAC-NS2.
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5 RAXGBMAIFETERER NS2 EAAY S2 4HAE M 5 7 (x400)
Fig. 5 Expression pattern of NS2 in S2 cells by fluoroinmmunocytochemistry (x400)
Note: The panel a represents subcelluar localization of NS2, the panel b shows localization of nuclei, whereas the panel ¢ reveals overlay of
the two images.
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