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and Sequencing of the Virus Genome
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Abstract: A influenza virus strain was isolated from a pig farm in Sichuan province and identified
by HA, HI and RT-PCR and some other methods, then it was named A/swine/Sichuan/01/2006
(H3;N,). The virus could not only passage stably in SPF embryonated eggs but also multiply in
MDCK cell line and induce conspicuous pathological changes. The sequence analysis indicated
that the nucleotide sequence of A/swine/Sichuan/01/2006(H;N,) strain shared 99% homology
with standard strains A/swine/Hong Kong/4361/99 (H3N2), A/New York/429/2003 (H3N2),
A/Queensland/6/ 2000 (H3N2) and A/New South Wales/4/1999 (H3N2). The results of se-
quence analysis indicated that the genome of A/swine/Sichuan/01/2006 (H;N,) strain includes 8
fragments and the total sequence is 13 577 bp. Phylogenetic trees based on HA and NA protein
gene deduced amino acid sequence showed that A/swine/Sichuan/01/2006(H;N,)have close rela-
tionship with the standard strains A/Queensland/6/2000 (H3N2) and A/South Australia/ 81 /
2000 (H3N2).
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Table 1 Primers used in experiment

B 519 51975 R R 1YL/ bp
Segments Primers Sequence Tm/C Position
F1 5'-AGCAAAAGCAGGGTGACAAAGACATAA-3' 54 1—27
NS R1 5'-AGTAGAAACAAGGGTGTTTTTTATTAT-3’ 51.5 864—891
y F2 5'-AGCGAAAGCAGGTAGATATTGAAAGAT-3' 47 1—27
R2 5'-AGTAGAAACAAGGTAGTTTTTTACTCC-3' 48 1 000—1 027
F3 5'-AGCGAAAGCAGGGGTTTAAAATGAATC-3' 47 1—27
NA R3 5'-AGTAGAAACAAGGAGTTTTTTGAACAG-3' 46 1387—1 413
F4 5'-AGCAAAAGCAGGGGAAAATAAAAACAA-3' 53.5 1—27
HA R4 5'-AGTAGAAACAAGGGTGTTTTTCCTCAT-3' 55 1751—1 778
N F5 5'-AGCAAAAGCAGGGTAGATAATCACTCA-3' 56 1—27
R5 5'-AGTAGAAACAAGGGTATTTTTCTTTAA -3’ 54.5 1538—1 565
PAL F6 5'-AGCGAAAGCAGGTACTGATTCGAAATG-3' 56 1—27
R6 5'-TATCCAGATTGAATCAGTCAGCTCGCA -3 57 1267—1 293
F7 5'-TGCGAGCTGACTGATTCAATCTGGATA-3' 57.5 1 220—1 246
baz R7 5-AGTAGAAACAAGGTACTTTTTTGGACA-3’ 57 2195—2 221
F8 5'-AGCGAAAGCAGGCAAACCATTTGAATG-3' 58 1—27
PhI- RS 5'-AATCGAGACTCCCAAAACTGTACTTAG-3' 58.5 1267—1 293
—_ F9 5'-AACATGCTAAGTACAGTTTTGGGAGTC-3’ 55 1258—1 284
RY 5-AGTAGGAACAAGGCATTTTTTCATGAA-3' 56 1234—1 261
F10 5'-AGCAAAAGCAGGTCAATTATATTCAAC-3' 57 1—27
Phzl R10 5'-GATCACCTCTAACTGCTTTTATCATGC-3' 57.5 1252—1 279
F11 5'-GCTGATAGTGAGTGGAAGAGACGAACA-3' 56 1149—1 176
b2 R11 5'-AGTAGAAACAAGGTCGTTTTTAAACTATTC-3' 56.5 2 311—2 341
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Fig. 1 Electropherogram of RT-PCR Products
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A and A’ are marker A\Hind[[ ; N,L,K,J.I are NS, M,
NA.,NP, HA protein gene; H is marker DL2000; G
and F are PA protein gene; D and E are PB1 protein
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Fig. 2 Electropherogram of RT-PCR products of the vi-
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Fig. 3 Phylogenetic trees based on deduced amino acid sequence of HA gene
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Fig. 4 Phylogenetic trees based on deduced amino acid sequence of NA gene
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