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Abstract  HC-pro gene of Watermelon Mosaic virus was obtained by RT-PCR was 1371bp in length. It was cloned into
pPI®OK then the eucaryotic recombinant expression plasmid pPICOK-WHC was constructed. After being linearized with
restriction endonuclease Sal [  the recombinant plasmid was transformed into Pichia pastoris GS115 by electroporation. The
high copy transformants with Mut* /His* phenotype were selected by RT-PCR and screening on G418 MD and MM medium.
Induced by methanol for 5 days the culture supernatant was analyzed by SDS-PAGE the results showed that a specific protein
with a molecular weight of about 66kD was expressed. Western blot analysis proved that the expression protein could specifically
bind to HC-Pro polyclonal antibody. Far western blot analysis proved that the expression protein could bind to coat protein given

support to bridge” hypothesis that HC-Pro help aphid transmission of non-persistent viruses.
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phosphate pH 6.0 1.34% YNB Glycerol 10g 4 x

10 % Biotin 30°C 300r/min
ODg, 6.0 50mlL
BMMY BMGY 1% Glycerol
1% Methanol 300mL 24h
100% 1%
5d NH, ,S0,
0.2mol/L pH 7.2 Tris-HCI1
SDS-PAGE
1.6 Western blot
11 HC-Pro
1:500
HRP
IeG 1:5000
1.7 Far-western blot HC-Pro
Far-western blot 12 WMV CP
pET30a HC-Pro CP 4%C
24h 1.6
2
2.1 pPICIK-WHC
WMV HC P, P, RT-PCR
PCR 1% WMV HC
1371bp 1 pMD18-
T Simple Vector
pMD18-WHC EcoR1  Not 1
pPICOK Amp
Kan PCR
2
pPICOK-WHC
HC-Pro DQ399708
2.2
Sal 1 pPICOK-WHC
GS115 MD
1 2 3 4 5 & 7 & M 9

3 PCR
Fig. 3 Phenotype identification of positive transformants of Pichia pastoris GS115 by PCR
M DI2000 maker 2~7 9 11 12 14 ~ 17 positive transformants with HC-Pro gene 1 8 10 13

transformants without HC-Pro gene.

1 WMV HC-Pro PCR
Fig. 1 PCR amplification of WMV HC-Pro gene
M DI2000 1 2 WMV HC-Pro gene.
il 1 2 3

bp

~— 371

2 pPICOK-WHC
Fig. 2 Digestion of pPICOK-TEVCP with restrict endonuclease
M 1kb DNA ladder 1 pPIC9K-WHC/EcoR 1 + Not I 2 pPICOK-
WHC/EcoR 1 3 pPICOK/EcoR | .

PCR
3 70%
1863bp
pPICOK  492bp 1371bp
MM Mut*

Mut* G418

YPD 30C 4

2.3 SDS-PAGE
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pPICOK

Bandscan
120h 60% Western
blot 66kD
pPIC9K

HC-Pro 5

6 Far-western blot

Fig. 6 Function analysis of induced expression
products by Far-western blot
A results of coat protein binding with HC-Pro B resultsof coat protein
binding without HC-Pro. 1 2 lanes with coat protein 3 blank lanes

without coat protein.

4 SDS-PAGE
Fig. 4  Analysis of the induced expression products by SDS-PAGE
M middle MW protein marker 97.6kD — 14.4kD 1 ~3 positive yeast
strain induced by methanol 4 blank yeast strain induced by methanol
5 positive yeast strain non-induced by methanol.

E WMV HC-Pro
‘ ~— 60D Mut* /His*
66kD
HC-Pro
5 Western blot
- ~ ; HC-Pro on
Fig. 5 Western blot of induced expression products
1 positive yeast strain induced by methanol 2 blank yeast strain
induced by methanol.
2.4 HC-Pro HC-Pro
WMV CP SDS-PAGE HC-Pro
5%
HC-Pro 4°C 24h HC-Pro
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