426 - 2007 343

*
* ¥

225009

GenBank VAl 8 RT-PCR
pCR2.1 I~W7 VI7R NDV

cDNA pNDVZJ1 vV v Vi3 pCR2.1
pCl-neo L pCI-L. pNDVZJI pCI-L pCI-NP  pCI-P
BSR-T7/5 Z]1
cDNA
Q93 A 0253-2654 2007 03-0426-04

Establishment of Reverse Genetics System for NDV Isolated from Goose "
HU Shun-Lin ZHANG Yan-Mei SUN Qing LIU Yu-Liang WU Yan-Tao LIU Xiu-Fan™
Key Laboratory for Amimal Infectious Diseases of Minisiry of Agriculture  Yangzhou University Yangzhou 225009 China

Abstract Eight fragments were amplified and cloned into pCR2.1 vector with the designed primers. The fragments amplified with primer 1 to V[
were subcloned into transcription vector to construct the plasmid pNDVZJI which contained the full-length ¢cDNA of NDV ZJI strain. The eukaryotic
expression vector pCI-L was constructed by subcloning the fragments amplified with the primer V VI and VIl into the expression vector pCl-neo.
The full-length ¢cDNA clone pNDVZJI with three helper plasmids pCI-NP pCI-P and pCI-L  were cotranfected into BSR-T7/5 cell expressing T7
RNA polymerase. After inoculation of transfected cell culture into embryonated chicken eggs from specific pathogen free SPF  flock The NDV of ZJI
strain was rescued successfully - which laid a good foundation for the further related research.
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E . coli DH5a NP P
NDV c¢DNA pCI-NP  pCI-P
L NDV ZJj1 pLGT
1.1.3 AMV
RNA T, DNA Promega
SuperFect QIAprep Spin MiniPrep
1 Kit QIAGEN RNA
TaKaRa
1.1
1.1.1 NDV ZJ1 1.2
2001 RNA
? T7 RNA BSR-T7/ RNA 5
5 1.3
ZJ1  NDV HN NDV ZJ1
6B1 ¢ 911 SPF Agel 2879
13048 8 1
1.1.2 TVI7R 0.0
Alabama L. Andrew Ball PCR
pCl-neo Promega T pCR2.1 T Vector
pCR2.1 Invitrogen
1
I 5'-CGTCTCGTATAACCAAACAGAGAATCTGTGAGG- 3" Bsm B 1
1-2929 5'-TTTACTAGT CCTTCTCCACTCCCATGTCAG -3" Spe 1
I 5'- GGGTGAAATGACGCTCAATAA ACTCTC -3
2849-5223 5-ATGGTCTC ATCTGTGGCCCGAATACT-3" Bsa 1
I 5'-ATACGTCTC ACAGATCACCTCCCCTGCATTAAC -3’ Bsm B 1
5218-7012 5'-GTCAGATCT CTGCAACCGGATAGTATCACA -3' Bgl 1
I\ 5'-TCCGTCTCAGATCACTCACACTCACATCAAT -3’ Bsm B 1
7008-9552 5'- TCACGACCATCATATCGAAATCTACCATC-3'
A 5'-ATATCTAGA GAGGGAACACGGGTAGGACA-3" Xba 1
8368-10627 5'-TAAGAAGAC CATGCAGGCAACTCGACAAT-3" Bbs 1
Al 5'-TACGTCTC CTGCATGGTACAAGGTGACAATC-3" Bsm B |
10621-13060 5'-TGAGACCACGCGT CGAGTGCAAGAGA-3" Miu 1
U 5'-GACACTAGT GGTCACACCAGCTTGCAGAT-3" Spe 1
12981-15192 5'-CGTCTCTACCC ACCAAACAGAGATTTGGTGAATG-3" Bsm B 1
I 5'-TCGACGCGT GGTCTCAGGCTTATAT-3" Mlu 1
13060-15053 5'-TCAGTGAGGGAGTCATCAGTITAGGAAG-3’
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