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1 Table 1 Primer sequences
Primer Sequences
1.1 Fl 26-mer  5'-GGGAATTCATGGCGCCGAGCTGGAGG -3/
1.1.1 TGl BL21 DE3 Rl 20-mer  5'-CACACTCGTGCAGCCCAACC-3'
F2 26-mer  5'-GGGAATTCTGCAGCCCGCAGCOOGTC-3
pZ57 pZP3B ¢cDNA  pBluescript R2 35-mer  5'-GGGTCGACTTATCAGGGAGCAGACTGTCTCTTC -3
Zonagen Inc. Harris PrP; F3 29-mer  5'-GGGAATCATGTGCAGCCOGCAGCCCOGTC -3
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1.2 5 EcoRI ATG 3
1.2.1 pZP3B PCR TGATAA Sall pZP3f’
pZP3B ATG EcoRI pZP3B 326 aa
F1 5 Apal pBluescript pBS pBS-pZP3”
R1 PCR DNA
S EcwRI  Apal 225bp pZ57 pZP3B s
3 Apal  Sall EcoRI-Apal
5 pZP33 cDNA pZP3f’ 5 pZP3p’
5 EcoRI F2  F3 325 aa
RXRR furin 5 2.2 pBV221-pZP3p’
Sall R2 pBS-pZP3p"
N C- pZP3p’ DNA
pZP3g’ pBV221
pZP3R"  pZP3f’ 94°C 50s pBV221-pZP3f’ 1 pBV221-
50C 455 72°C 1min 28 pZP3p3"
1.2.2 PCR DNA pZP33 cDNA pBV220-pZP3B" pT-
5 EcoRI-Apal 3 SAI8-pZP38"  pQE30-pZP3g’
Apal-Sall pBluescript .23 4 5 6
QIAgene DNA
ABI373 A DNA
DNA
pZP3R"  pZP3R" cDNAs
DNA
1.2.3 pBV221-pZP3f’
pZP3g" pZP3p’
5 pZP33 cDNAs
EcoRI Sall
pBV221 PrPL 1 pBV221-pZP3g’
Fig.1 Restriction analysis of pBV221-pZP38’
recombinant plasmid
1.DNA marker 2000 2000 1000 750 250 D
1.2 4 BL21 pBV221-pZP3g’ 2.pBV221-pZP3g’ digested by EcoRI and Sall
3mL LB Ap 3.pBV221-pZP3g’ digested by EcoRI
30T Ls0 v v 44pBV221‘ fiigested b”y EcoRI
5. The amplified pZP3§" fragment
50mL LB Ap Ag0 6.ADNA EcoRI+ Hindlll marker 21 227 5148 4973 4 268
=0.7~1.0 42C 4~6h 3520 2027 1904 1584 1375 947 831 564 D
SDS-PAGE
1.2.5 pZP3g’ SDS-PAGE pZP3f’ pZP3R  pZP3g’
5 pBV221 pBV220 pTSAIS  pQE30
2 2.3 pBV221-pZP3p’
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Fig.2 SDS-PAGE a and Western blot b of

expressed pZP3" protein
M. Protein molecular weight marker

A B 1. E.coli BL21 DE3 induced at 42C

C H. E.coli BL21 pBV221 induced at 42C
D G. E.coli BL21 pBV221-pZP3f" cultured at 30C
E F. E.coli BL21 pBV221-pZP3f" induced at 42°C
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SDS-PAGE
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Study on the Expression of Pig Zona Pellucida-3f Excluding N-terminus Signal

Peptide and C-terminus Transmembrance-like Domain in Escherichia coli
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Abstract Pig oocytes are surrounded by an acellular translucent envelope-zona pellucida pZP  which is comprised of
three biochemically and immunologically distinct glycoproteins pZP1 pZP3a and pZP3B . Due to the cross-reactivity of
anti-pZP3p antibodies with human ZP in vitro pZP3B has been considered as potential one of immunogens for developing
human contraceptive vaccine. In order to express pZP3f3 directly in E. coli we amplified the core fragment of pZP3f cD-
NA by PCR that was deleted 5'- and 3’- terminal sequences of coding for signal peptide and transmembrane-like domain.
The DNA sequenced EcoRI and Sa/l restriced core fragment was cloned in a frame downstream of PyP; promoter in the
pBV221 vector. SDS-PAGE analysis showed that pZP3p protein was expressed especially in E. coli after thermal induc-
tion which the expression band displayed the molecular weight of about 38 kD matching with its deduced molecular
weight 36.5 kD . In addition the specially expressed protein band on SDS-PAGE gel showed specific immunological re-
action with anti-pig ZP IgGs of rabbit in Western blot.
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