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1.1.2 UNIQ-10 RNA /
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Table 1  Primer for S and Y isolate construction of rescue plasmid for S and Y viruses.
Primer name Primer sequence(5 ™3 “ Amplification length/bp
For S wvirus
Ba-PB2-1° TATTGGTCTCAGGGAGCGAAAGCAGGTC 1560
PB2 Ba-PB2-1d" TATTGGTCTCTGATCCCGGACCCTCAAGAAGCG
Ba-PB2-2u° TATTGGTCTCAGATCAGAGAGGAAACGTGCTCCTGTCTC 814
Ba-PB2-2 ATATGGTCTCGTATTAGTAGAAACAAGGTCGTTTT TAAACAA
Bm®-PB1-1 TATTCGTCTCAGGGAGCGAAAGCAGGCA 1269
PBI Bm-PB1-1d ATTACGTCTCTCAGGACTCAATGAGGCTGTACC
Bm-PB1-2u TTATCGTCTCACCTGGAATGATGATGGGCA 1117
Bm-PB1-2 ATATCGTCTCGTATTAGTAGAAACAAGGCATTT
Bm-PA-1 TATTCGTCTCAGGGAGCGAAAGCAGGTAC 1144
PA Bm-PA-1d CCCGTCTCCGCCCACTTTA ATTGGC
Bm-PA-2u TACGTCTCTGGGCACTCGGTGAGAACATGGC 1122
Bm-PA-2 ATATCGTCTCGTATTAGTAGAAACAAGGTA CTT
HA S-Ba-HA-1 TATTGGTCTCAGGGAGCAAAAGCAGGGGTT 1805
S-Ba-HA-2 ATATGGTCTCGTATTAGTAGAAACAAGGGTG
NP Ba-NP-1 TATTGGTCTCAGGGAGCAAAAGCAGGGTA 1594
Ba-NP-2 ATATGGTCTCGTATTAGTAGAAACAAGGGTATTTTT
NA Ba-NA-1 TATTGGTCTCAGGGAGCA AAAGCAGGAGT 1427
Ba-NA-2 ATATGGTCTCGTATTAGTAGAAACAAGGAGTTTTTT
For Y  virus
Ba-PB2-1 Same as S virus 1357
PB2 Y-Ns-PB2-1d° TTATATGCATGGGGTTTAATCTTTGGTTTG
Y-Ns-PB2-2u TTATATGCATCAACTCCTGAGACATTTTCAAAAGGACGCA 1038
Y—Bp-PBZ-Zf TATAGAAGACGCTATTAGTAGAAACAAGGTCGTTTT TAAACAAT
Bm-PB1-1 Same as S virus 1269
PBI Y-Bm-PB1-1d ATTACGTCTCTCAGGGCTCAATGAGGCTGTACC
Bm-PB1-2u TTATCGTCTCACCTGGAATGATGATGGGCA 1117
Bm-PB1-2L ATATCGTCTCGTATTAGTAGAAACAAGGCATTTTTT
Bm-PA-1 Same as S virus 1531
PA Y-Bm-PA-1dm TTATCGTCTCAGTCTTCCGTCGCCCTTCTTTGG
Y-Bm-PA-2um TATTCGTCTCGAGACAAATCTATATGGATTC 734
Bm-PA-2 Same as S virus
HA Ba-HA-1 TATTGGTCTCAGGGAGCAAAAGCAGGGG 1805
Ba-NS -2 ATATGGTCTCGTATTAGTAGAAACAAGGGTGTTTT
NP Ba-NP-1 Same as S virus 1594
Ba-NP-2 Same as S virus
NA Ba-NA-1 Same as S virus 1427
Ba-NA-2 Same as S virus

Ba, Bm, Ns and Bp represents the restriction endonuclease of Bsal, BsmBI, Nsil and Bpil, and show in italic in primer sequence. The character at the
end of the primer name, such as 1d means the reverse primer of the first fragment and 2u means the forward primer of the second fragment.

© PERZRMEDARAATIKSHES http://journals. im. ac. cn



H5N1 J (2008) 48(6) 747

12 RER-RAHENRLE (RT-PCR)K PCR F=4I# 7
g, KEFEREFIINRS Lipofectamine 2000 ®]
RNA RT-PCR
PCR

1.3 RT-PCR
pCR2.1°-T vector

DH5a LB(IPTG+X-gal+Amp)
c 15 EFEEHRSEIFCEKG LR IVPLE
PCR 373 OIE Bl PBS 10
10 6 0.1 mL/
o 12 h 10 d
13 FEEREHBKHIE
(8] (IVPI)
pCR2.1-T vector 2 é:é:%
BsmB
fe3 (ERERD
pHW2000 21 SHY mEMER/FRIEHKMLE
DH5a Amp+LB SY 8 PCR
22
QIAGEN
14 EFREHRFRSHREMETE 2
S Y pHW2000
S PCR
Y S
Y S Y PB2 PB1 PA HA NP NA
2 PR8 8 PRS M NS 16 /
%2 EFREHFESOHEREYFENE
Table 2 Construction and biological characterization of reassortant virus
Gene*
Reassortant virus IVPI in mallards
PB2 PB1 PA HA NP NA M NS
S-wt® A/Mallard/Huadong/S/2005 (S)wild type virus 2.65
Y-wt A/Mallard/Huadong/Y/2003 (Y)wild type virus 0
S-r¢ [ | [ | [ | || || [ | || [ | 245
Yor [ [ (I (I [ [ [ [ 0
S-Y1 [ || || | || || || [ | 0.2
$-Y2 [ | (I [ | || [ | [ | [ | [ | 0.48
S-Y3 || || (I [ | || || || [ | 0.09
S-Y123 [ [ (I | || || || || 0
S-Y1235 [ [ (I | [ || || || 0
S-Y4 [ | [ | [ | 1 [ | [ | [ | [ | 0
S-Y46 || || || (I || [ || || 0
S-Y78 || || || | || || [ [ 2.19
Y-$123 [ | || || (I (I (I [ 1 0.475
Y-S1235 || || || (I || [ [ [ 0.5
Y-S4 1 [ (I | [ [ [ [ 0.395
Y-846 [ [ (I [ | [ || [ [ 0.38
Y-S78 [ [ (I (I [ (I || || 0

Gene", black indicated the the viral gene origin from A/Mallard/Huadong/S/2005(S), gray indicated the the viral gene origin from A/
Mallard/Huadong/Y /2003 (Y), wt® , wild type virus, 1°, virus rescued from plasmid.
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Virulence Changes of H5N1 Avian Influenza Virus after Gene Reassortment

Yinghua Tang, Peipei Wu, Daxin Peng, Jinxue Long, Pinghu Zhang,
Wenjun Zhang, Yanfang Li, Wenbin Wang, Xiufan Liu"

(Key Laboratory of Animal Infectious Disease, Ministry of Agriculture, School of Veterinary
Medicine Yangzhou University, Yangzhou 225009, China)

Abstract: [Objective] Recently HSN1 subtype avian influenza virus (AIV) is capable of mortality to aquatic bird. The

molecular basis for the virulence of this virus is still poorly understood. [Methods] We characterized two H5N1 subtype
viruses, A/mallard/Huadong/Y/2003 (Y) is nonpathogenic to mallard whereas A/mallard/Huadong/S/2005 (S) is highly
pathogenic to mallard. Using reverse genetics, we constructed a series of single-gene or multiple-gene reassortants from
these two viruses. [Results] Substitution of single-gene for PB2, PB1, PA (3P), HA and of combination for 3P gene re-

sulted in complete attenuation of S virus in mallard. However, these corresponding substitutions only slightly increased

virulence of Y virus in mallard. Other gene segments had little contribution to the virulence of both viruses. [Conclusion]

These results indicate that the pathogenicity of HSN1 AIV to mallard was regulated by multiple gene segments, and these

regulations had more sensitive effect on highly pathogenic virus backbone than on low pathogenic virus backbone.
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