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Table 1 Sequence of primers for construction of chimeric PCV1-2
Primers Primers sequences 5'-3' Restrictive Target segments Length
enzyme sites
pl CCCGCTAGCTGAATAAAAATAAAAACCATTACG Nhe | pSKPCV-lAORF2} 42D
p2 CCTTCGCGACGTCATCCTATAAAAGTGAAAG Nru 1 pSKPCV-14A ORF2
p3 TATGCTAGCGTTAAGTGGGGGGTCIT Nhe 1 ORFZ-PCVZ} 702bp
p4 CCGTCGCGAAGGAGGCGTTTCCGCAGAC N 1 ORF2-PCV2
s Gmmmemmmcmnoc Nl ommen) o,
p6 TACGGGCATGCATGACGTGGCCAAGGAGG Sph 1 ORF2-PCV1
p7 CTTAAGCTTATGCCAAGCAAGAAAAGC Hindll ORF I—PCVI} 951bp
p8 CTTGGATCCATTTATTTTATATGGGAA BamH | ORFI1-PCV1
p9 GGTAAGCTTATGCCTAGCAAGAAGAAT Hindlll ORF1 -PCVZ} 960bp
pl0 GGTGGATCCGTAATTTATTITCATATGG BamH | ORFI1-PCV2
pll ATTGGTACCTCCGTGGATTGTTCT K(m 1 PC\tl} 1759bp
pl2 GGAAAGCTTCGAAGGCCGATTTGA Hind[ll PCV1
1.3 ORF2 pSKPCV1-Kpn I pSKPCV-1 Kpn 1 Hind Il
AQORF2 PCR Kpn 1
pSKPCV1-Kpn [ 50pL PCR 1.6 PCV1-2
39.5uL 10 x buffer Spl. 2mmol/L dANTPs 2p.L pl Kpn 1 pSKPCV1-2 Hindlll + Kpn 1 pSKPCV1-2
p2 1pL, 25pmol/L 0.5pL. Taqg DNA 1pL Kpn'1 + Kpn | pSKPCV1-2  HindIll +
95°C S5min 94°C 30s 55°C 30s 72°C 2min 35 Kpn 1 1.8kb  PCVI1-2 Kpn 1
72°C 10min SpL 1.0% 16°C
DH5«a
1.4 PCV2 ORF2 PCV1-2 pSK2PCV1-2
PCV2  PK-15 PCV2 1.7
DNA  PCR PCR 50pL PCV ~ PK-15 48h
40pL 10 X buffer S5pL. 2mmol/L dNTPs 1L pP3 p4 3 PK-15
1pl. 25pmol/L 1pl. Taq 1pL 95C 5
Smin 94°C 30s 57°C 30s 72°C 2min 35 72°C 1.8
10min 5ul. 1.0% B
1.5 PCV1-2 PCV2 ORF2 FITC
PCR Nhel  Nrul IeG
16°C DH5a 1.9 RT-PCR PCV1 ORF1 ORF2 PCV2 ORF1
pSKPCV1-2 Kpn | ORF2 mRNA
+ Kpn | kpn 1 5 PK-15 RNA p3 p4
pSKPCV1-2 Kpn I + Kpn | pll PCV2 ORF2 mRNA pS pb PCV1 ORF2 mRNA p7
pl2 Kpn 1 p8 PCV1 ORF1 mRNA p9 plO PCV2 ORF1
Hind[ll PCR Kpn 1 mRNA 50°C 30min 35
Hind[ll pBluescript  + Kpn 1 1.4 72°C 2 min PCV2 ORF2
Hindlll T4 DNA mRNA PCV1 ORF2 mRNA PCV1 ORFI mRNA PCV2 ORFI
16°C DH5« mRNA 57°C 60°C 53C 53C
pSKPCVI2 Hind Il + RT-PCR pMD-18T
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Fig.1 Detection of PCV1-2 by ITF 200 x
A PK-15 cells infected with PVC2 as positive control B PK-15 cells
infected with PCVI-2 C PK-15 cells free PCV as negative control.
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Construction of molecular clone of chimeric porcine circovirus PCV1-2
and identification of its infectivity

CAO Sheng-bo' > SUN Min-xuan' > LIU Xue-gin' > LIU Xin-wen' CHEN Huan-chun"'?
! State Key Laboratory of Agricultural Microbiology * Hubei Province Key Laboratory of Preventive Veterinary
Hua Zhong Agricultural University = Wuhan 430070 China

Abstract Porcine circovirus type 2 PCV2  recently emerged as an important infectious pathogen for pigs in the world.
Unfortunately there is no efficient method to deal with PCV2 infection until now. In this study chimeric porcine
circovirus molecular clone pSK2PCV1-2 was constructed by cloning capsid gene of PCV2 into the backbone of PCV1.
PK-15 cells was transfected with pSK2PCV1-2 and then cultivated in plate for five passages. mRNA of PCV1 ORF1 and
PCV2 ORF2 were detected in the fifth passage but mRNA of PCV1 ORF2 and PCV2 ORF1 were not detected in the
cells. On the other hand capsid protein of PCV2 was also detected in the nucleolus of transfected cells by IIF. This
study indicated that pSK2PCV1-2 could form infectious virus in transfected cells. It will provide base for further study on
biological characteristic of chimeric porcine circovirus.
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