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TAAAAGTGAAAGGA Rep “ CTGTAAACGAAAGA” T
ISRE PCV1 1 PCV2
PCV2 Table 1 Primers for PCV2 genome amplification and mutation
PCV2 Primer name Primer sequence 5'—3'
PCV1 VISRE Pl GCGAATTCAACCTTAACCTTTCTTATTC
P2 ATGAATTCTGGCCCTGCTCCC
* CTGAAAACGAAAGA® P3 ACTGAGAGTGCACCATATGC
Epstein-Barr virus  EBV P4 TCTTTCGTTTTGAGGTATGAC
Human Hepatitis Virus Type B HBV : EZEEEéZ?t?}T[ij:XtiETfAAA
I Human Immunodeficiency Virus P7 TTTCGTTTACAGGTATGACGTA
Type 1 HIV-1 P8 TTGGATACGTCATACCTG TAAAC
ISRE vISRE vISRE The bold italics letter represents the designed mutant.
§-10 1.3 PCV2
PCV2 vISRE PCR
EcoR 1 PCV2
T, DNA
VISRE Transfast' PCV PK15
PCV2 IFN 3 IPMA PCV2
PCV2 vISRE vISRE Invitrogen
1.4
1 RMPI-1640 10 PCV2
1.1 PK15
1.1.1 PCV2 8 100 pL/ 5%
DT " pUCI18- CO, 37°C 48 h 13
pPCv2 * PCV PK15 DH5a IPMA PCV2 50
a PCV2 1000 HRP
MDBK-VSV IeG Reed-Muench TCIDs,
1.0 x 10° U/ml 3
1.1.2 LA Taq SYBR Premix 1.5 PCR PCV2
Ex Tag™ pMD-18-T T, DNA EcoR 1 14 PCV2-QF2 5'-
DNA TaKaRa CTTGTTGGAGAGCGGGAGTC-3’ PCV2-QR2 5'-
Transfast™ ATTAGTCTTCCAATCACGCTTCTG-3’ SYBR
promega UNIQ-10 DNA PCV2
HRP IgG 95C 30s 95°C 5s 55°C 10s 72°C 31s 40
KPL 1640 invitrogen
IPMA AEC Sigma 1.6
UNIQ-10 DNA
1.2 37 10 P1
PCV2 pUCi; p2 PCV2 pMD-18-T
1 Pl P2 PCV2 Invitrogen
P3 P4 P5 P6 PCV2 vISRE 1.7 o PoIFN-a PCV2
“ CTGAAAACGAAAGA” “ CTCAAAACGAAAGA” PK15
C P3 P6 P7 P8 PCV2 PCV2 DT MOI=0.1 PK15
vISRE “ CTGAAAACGAAAGA ” lh6h 12h 0 10 100 1000 U/mlL
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Fig.2  Virus titers of PCV2 DT and vISRE mutant strains in PK15

cells.
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Fig.3  Effect of PolFN-a treatment after virus inoculation on the

replication of PCV2 DT in PK15 cells.
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PolFN-a 1000 U/mL  PolFN-«a PK15

PCV2 PK15 IPMA 4 10 PCV2 DT

PCV2 PK15 6h PCV2 1741*"  PCV2 1740°¢  PK15 100 U/mL
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Fig.5 The effects of PolFN-a on the replication of rPCV2 in PK15 cells
detected by Real-time PCR.

PK15
Fig.4 Effects of PolFN-a on the replication of rPCV2 in PK15 cells identified by IPMA .
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Biological character of porcine circovirus type 2 with site mutation at interferon

stimulation reaction element ISRE like region in Rep gene promoter
Jinyan Gu Ruibing Cao™ Yu Zhang Puyan Chen

Key laboratory of Animal Disease Diagnostic and Immunology Ministry of Agriculture Nanjing Agriculture University Nanjing
210095 China

Abstract  Objective To explore the biological function of the interferon stimulation reaction element ISRE like motif

CTGAAAACGAAAGA within porcine circovirus type 2 PCV2  Rep promoter. Methods
namely PCV2 1740%¢ and PCV2 1741*" were constructed by transfecting PK15 cells with site-mutated infectious clone of PCV2

Two recombinant PCV2 strains

strain Denta. Replication character genetic stability and reactive character to porcine interferon alpha polFN-a were compared

among parental PCV2 and the two mutant viruses. Results The ISRE like motif in Rep promoter was not necessary for the
replication of PCV2 because two site-mutated viral genome clones both produced infectious virus. In contrast to parental PCV2

the viral antigen positive PK15 cells of the two site-mutated PCV2 were decreased. PCV2 17409 was genetically stable in the
PK15 cell while PCV2 1741*" was found to have another two nucleotide mutated from 1744AC1745 to 1744TT1745 between 3"
and 7™ passage in the PK15 cell. After treated with 100 U/mL porcine interferon alpha the viral antigen positive PK15 cells and
virus genomes of parental PCV2 and two site-mutated viruses were both increased. But the enhancement rate of the two site-
Conclusion

mutated PCV2 was significantly lower than parental PCV2. Site-mutation of ISRE like motif in Rep promoter

decreased the replication and polFN-a induced enhancement of PCV2 in PK15 cells. According to these above results it maybe
speculated that ISRE like motif in PCV2 Rep gene promoter contain a functional element and it may contribute to the interferon
inducible enhancement of virus replication in PK15 cells.
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