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Construction of the eukaryotic expression plasmid containing SWP25 gene
of Nosema bombycis and its expression in silkworm BmN cell
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Abstract:  This study aims to construct the eukaryotic expression plasmid containing SWP25 gene of Nosema
bombycis and detect its expression in host cells (BmN) for further researches on screening host protein interacting with
SWP25. The SWP25 and EGFP genes were inserted into the baculovirus transfer vector pFastBacl to convert BmnDH10Bac
cells and to screen positive recombinant plasmid for transfecting BmN cells. Successful achievement of the recombinant
vBm" "% haemid was identified by PCR technique. A fluorescence signal was observed in the transfected BmN cells.

Western-blot analysis revealed a protein band of approximately 55 000 in vBm"*""*"™ transfected BmN cells, which was
consistent with the deduced molecular weight of the egfp-SWP25 fusion protein. It was concluded that SWP25 had been suc-

cessfully expressed in BmN cells.
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[ 2% Nageli B IRTESEH B B RGN & 5 A
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Fig.1 Construction of the recombinant transfer plasmid pFastBacl-EGFP-SWP25
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], X6 BR 2 H0KG EGFP 3 R A S A ks |+
HARAG 2 #4 F8 BK pFastBacl-EGFP, ¢ IR
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JaJ5 , L MI3F/MI13R i@ 51914 PCR ¥4 %5 A
Y, 45RAE 3 700 bp e A7 Ty B0 B 4%
A TR IR (R ) 78 300 bp A — B 2%
W, KW EGFP-SWP25 B NI )% ) F 21 i) Bacmid
e b (#3B)

2 000 bp

1 000 bp
750 bp
500 bp

250 bp

100 bp

1.SWP25 3£ K () PCR 7= 4, 2. EGFP 3£ X ) PCR =¥, M.
DL2000 marker ladder,

2 SWP25 % EGFP E£EM¥ 18

Fig.2 Amplification of SWP25 and EGFP
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250 bp 100 bp
100 bp

B

A TGRS RS TR 00 Al D) A bk 565, 1.2 435I R pFastBacl -
EGFP-SWP25 i1 Bam H 1l Hind 111 XU 45 5% B . 5 AR
FEFORLA MI3F/M13R 9 PCR %55, 3. BAPEXT HRAH , 4. FHER 56
ZH ;M : DL2000 marker ladder,

3 RAEESRERAAMEE

Fig.3 Construction of the baculovirus expression plasmid

2.3 EGFP-SWP25 Bt A E B 7% BmN i iy
Fix
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T, P H AN F SR, 20 2 5 DA 4 R
BB T AR A, B8 YO0 BB 1X-71
(x200) ML 5 &I, T RB M EAE AEAM BN &
IR EIOE(E 4),

X SDS-PAGE #1 Western blot J5 %} EGFP-
SWP25 4 1 UL K EGFP & 11 Ay 2 314555 i E A7
R, 5 5 W R FE R GE vBm ™ (1) 240 b v ) )



P LML R AT HL SWP25 JE K BmN 20 ifg 28 38 FURL A F4 2 1 38 1027

vBmEGFP

vBmECFP-SWP25

j HE
=]
s -
°
. ok B
P < v
Y &
od o
S X
g
¢
R, 0 &
= o
9 ot %o
L §
79
o
?
%L

A F A BmN Y vBm O B A& BmN ALY vBm Or-SVP2s

4 BEEAERE BmN ARFHRE

Fig.4 Expression of the target protein in BmN cells of silkworm

K/N2A55 0001 T8 M £ 11 2541, 43 ot &2t 5 F3040T A
IR (B S) o R, 7 vBm ™™ (1) 20 g Hh . [R] B
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Fig.5 Western blot analysis of EGFP-SWP25 fusion protein and
EGFP in BmN cells infected with recombinant

bacmid baculoviruses
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