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Abstract The epitope-G; gene cloned from the pMD-G plasmid including G protein gene of bovine ephemeral fever virus was subcloned into
expression vector pPICIK to construct pPICOK-G; recombinant plasmid successfully and the recombinant plasmid linearized was transformed into
Pichia pastoris GS115 by electroporation. The recombinant Pichia pastoris strains were screened by G418 and PCR  and induced by methanol. The
expressed products were analyzed by SDS-PAGE  deglycosylation Western blot ELISA  immunizing rabbits and specificity experiments. The results
indicated that the gene was expressed successfully in GS115 and glycosylated moderately and the target protein had nicer biological activity and
specificity. The protein is able to be used as coating antigen to develop ELISA Kit for diagnosing bovine ephemeral fever.
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BEF ELISA
1
1.1
pMD-G pPICOK
GS115 Invitrogen JM109
pMDI8-T Simple Vector
1.2
M-MLV Ex EcoRl Notl
YNB D- G418
HRP-IgG
H+L HRP-IgG H + L
DAB
Amresco
1.3 G,
DNA Star G
NCBI/GenBank G
G
420bp EcoR 1
Not 1
G, 5"GAA TTC AGA GCT TGG TGT GAA
EcoR 1
TAC 3’
G, 5" GCG GCC GC CCA ACC TAC AAC
Not 1
AGC AGA TA 3’
pMD-G 50pL G,
94°C Smin
94°C 40s 49°C 1min 72°C 40s 35 72°C
10min pMD18-T
PCR
pMD-G,
1.4
40u.L pMD-G, pPICOK
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1pL G, Tul. T4 DNA 1pL
1pL 16°C 48h JM109
pPICOK-G, pPICI9K-G,
Sac 1 GSI115
G418 PCR
5"AOX1 5'GAC TGG TTC CAA
TTG ACA AGC 3’

3"AOX1 5'GCA AAT GGC ATT
CTG ACA TCC 3’

1.5 G
BMMY 24h
1 ImL
0.5% 72h
120001/ min 10 min
SDS-PAGE
1.6
20mL
50mg/mL 1mL
Sephadex-G200 0.5mlL/min
20pL
10 x Glycoprotein 10min
Spl 10 x G5 Spl. Endo H 37°C 1h
SDS-PAGE
1.7
SDS-PAGE Western blot
ELISA BEFV 10
12 0D
0D o
5 2.5kg
200pg/ 2
1
5 ImL/ 2
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2
2.1
pMD—C Gl
pPICIK-G,
420bp
1 G418
DNA pPICOK PCR
912bp 492hp
420bp 2
bp
20040 —
1000 —
50—
S0 —
— 20bp
230—
100 —
1 pPICIK-G, PCR
1 2kb DNA Marker 2 pPICOK-G; PCR 3 pPIC9K-G;
/EcoRT + Not 1
2 GS115/pPICO9K-G,; PCR
1 2kb DNA Marker 2 -3 GS115/pPIC9K-G; PCR
2.2
BMMY 0.5%

845 -

48h SDS-PAGE
26.0kD 24h
3
L 2 3 4
kT
372 —  p—
06, — F
44.3 [
20.0—  m—

s — 0 (kD

201 — -

3 GSI15/pPICIK-G, pH
SDS-PAGE
1 Marker 2 -4 24h 48h 72h GS115/
pPICIK-G;
2.3
SDS-
PAGE 26.0kD
15.54kD 4
kD 2
[l Iy p—
662 —
427 —
I —
kI3
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1 Marker 2 -3 4-5
2.4
SDS-PAGE Western blot
5 26.0kD
Spg/
1:100  1:1000
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1.113+ 0.265 12 0D,
0.237+0.027 1 kD
— U7z
10 0D
1.077 £ 0.254 12 0D, — 6
0.224+0.030 2
— 43
123 ELISA
0D, 0.601 + 0.094 0.998 +
. — 200
0.132  1.225+0.252 20D o .
0D, 0.576 +0.079 0.823 +
0.141 1.012+0.185 5  GS115/pPICIK-G, Western blot
1 Marker 2-3
1 ELISA BEFV
0D490 0D490
1.622 1.215 0.767 0.935 1.104 1.437 0.896 0.940 1.229 0.987 1.113 £0.265
0.277 0.237 0.254 0.212 0.197 0.201 0.214 0.229 0.241  0.272 0.260 0.248 0.237 £0.027
2 ELISA BEFV
0D 499 0D
1.557 1.224 0.705 0.910 1.081 1.285 0.841 0.902 1.247 1.019 1.077 £0.254
0.261 0.205 0.264 0.241 0.177 0.193 0.208 0.211 0.199 0.259 0.255 0.216 0.224 +0.030
3 ELISA
RV 1 2 3 4 5 6 7 8 0D 49
0D 490 0.239 0.284 0.265 0.273 0.263 0.259 0.242 0.221 0.256 +0.020
2.5 420bp 140 G
8 RV 390 ~ 529
0D 4, 0.256+0.020 3 2 G 3
BEFV 0D 4
3
SDS-PAGE Western blot G,
BEFV GSl115
BEFV 26.0kD 15.54kD
SDS-PAGE
ELISA ELISA 26.0kD 15.54kD
G G, BEFV
BEFV 789
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