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2 rPolFN-y FMDV
Table 2 Anti-FMDV activity of recombinant PolFN-y

Gy Chllenged CPEso
by FMDV. 1.5 1:4 1:8 1:161:321:641:128  1:256
100TCIDs,

PolFN- .

ORNT - 0/ms/2002 oyt *
100TCID.

Control O/ES/20(§O2 + o+ 4+ o+ o+ o+ 4+ +

+ CPEsy positive —  CPEs negative.

3

Y PK-15 ./ 2007 47 1 143
1200 1U/10° cells 48h
pLXSN
12
Y I
1 MHCT I
ThO  Thl CD8* T
2 PoIFN-Y VSV y B-15
Fig.2 The detection for anti-VSV activity of the PolFN-7 expressed by
retrovirus. A MDBK cells pretreated with supernatant of PK-15 which was
infected by recombinant retrovirus and attacked by 100 TCIDs, VSV after 7
24h.B  MDBK cells pretreated with supernatant of PK-15 which was
infected by control empty retrovirus and attacked by 100 TCIDs, VSV after peDNA3. 1 pClneo
24h.
pH 2.0 65°C 1h
Y 37°C 1h IFN-y
0% ~20% Y PA317T G418
v PK-15
PK-15 Y 1 DNA
1 rPoIFN-y
Table 1  Characteristics of recombinant porcine IFN-Y
Treatment * tPolFN-Y activity remaining 76 G418
65C for 1h 10 v PX-15
pH 2.0 10~ 20 TEN-y
Rabbit anti-PolFNa 100 MDBK VsV
12001U/10° cells 48h PK-15
Rabbit anti-PolFNy 0 FMDV
Preimmune serum 100
“ These assays utilized vesicular stomatitis virus on MDBK cell lines.
2~ 256 PK-15
24h 100TCIDy,  FMDV O/ES/2002 2~16 Y v
Y PK-15 2
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Construction of recombinant retroviral vector carrying porcine interferon-gamma
and its expression in porcine kidney cells PK-15

YAO Qing-xia LIU Xin-wen QIAN Ping GUO Dong-chun  CHEN Huan-chun”
Laboratory of Animal Virology — College of Animal Science and Veterinary Medicine Huazhong Agricultural University = Wuhan 430070  China

Abstract Porcine interferon-gamma PolFN-Y of Chinese local brand Meishan porcine was cloned and inserted into
retroviral vector pLXSN neo" . Using Lipofectamine™ this recombinant plasmid was transfected into retroviral packing
cell line PA317 cells. These transfected cells were selected by DMEM containing 400pg/mL G418 for one week. RNA
was extracted from the supernatant of these selected PA317 cells and the PolFN-Y gene could be amplified by RT-PCR.
Pocine kidney cells and PK-15 cells were infected by the supernatant and were selected by 400pg/ml. 600pg/mL and
800pg/ml. G418 respectively. Those PK-15 cells were detected by indirect immunofluorescence assay and it was found
that PolFN-Y mainly anchored in cellular membrane. The supernatant of the selected PK-15 was tested for the antiviral
bioactivity after 48 hours of passage. The anti-VSV  vesicular stomatitis virus activity in MDBK  bovine kidney cell
was 12001U/10°cells. In addition the effect of rPolFNy-anti-FMDV was determined using cytopathic effect inhibition .
The results indicate that PolFN-¥ has been inserted into retroviral vector and recombinant retrovirus has been successfully
packaged in PA317 cells. Furthermore this retrovirus can infect PK-15 cells and express PolFN-Y with natural antiviral
bioactivity and can inhibit VSV and FMDV .

Keywords Porcine interferon-gamma Retroviral vector PA317 PK-15 Expression Antiviral activity VSV FMDV
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