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Fig.2 Identification of F gene in the genome of rFPV-HA-F by PCR and NDVF48ES F
Southern blot
M. DNA marker ADNA/Hind [[l 1 2. Negative control 3. PCR HOAIV F HA
product from pGEM-TF 4. PCR product from the DNA of CEF infected
with rFPV-HA-F.
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Fig.3  Immunofluorescence detection of the expressed HA in rFPV-in-
fected CEF B- X-Gal
A. CEF infected with rFPV-HA-F B. CEF infected with rFPV-HA C.

CEF infected with wt-FPV .
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Fig.4  Immunofluorescence detection of the expressed F in rFPV-infected F HA
CEF
A. CEF infected with rFPV-HA-F B. CEF infected with FPV-F C.
CEF infected with wt-FPV.
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Recombinant Fowlpox Virus Expressing F of Newcastle Disease Virus and
HA of Subtype HON2 of Avian Influenza Virus

WEI Dong-Ping LIU Yu-Liang SHAO Wei-Xing LU Jian-Hong LIU Xiu-Fan"
Animal Infectious Disease laboratory — Yangzhou University ~ Yangzhou 225009  China

Abstract The fusion protein F  gene of Newcastle disease virus strain FA8E8 was obtained by PCR and its sequence
was determined. To form recombinant plasmid p7SHF the F gene in pGEM-TF and the hemagglutinin HA  gene of
AIV  A/Chicken/China/F/1998 H9N2 in pUCHA were cut and inserted into the randomly selected nonessential regions
of the fowlpox virus FPV under the control of fowlpox virus promoter Py, and the synthetic promoter Ps respectively.
Then the P11-LacZ reporter gene from pppG18 was cloned into p7SHF resulting in recombinant transferring vector pF-
PVHF  which was transfected into chicken embryo fibroblast CEF monolayers pre-infected with Chinese vaccine strain
282FA4 of FPV to generate recombinant fowlpox virus co-expressing HA and F rFPV-HA-F . By selection of blue
plaques on the CEF overlaid with agar containing X-gal rFPV-HF-F was screened and purified. PCR and southern blot
assays indicated that the F and HA genes had been inserted into the genomic DNA of FPV. Subsequently expression of F
and HA in CEF infected with rFPV-HA-F was confirmed by indirect immunofluorescence assay.

Key words Newcastle disease virus strain F4A8E8 H9 subtype avian influenza virus Recombinant fowlpox virus  Fusion

protein  Hemagglutinin
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