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DNA ALV-]J NX0101 25pmmol/L 2uL DNA 20pL rTag 2U
GenBank HPRS-103 746390 PCR 95%C S5min 95°C 1min 60°C 2min
3 72°C 3min 30 72°C 10min 4°C
1 PCR 50L
10 x PCR buffer 5pL.  dNTP 2.5mmol/L. 4pL
1 pALV-J-NX PCR
Table 1 Primers used to generate plasmid pALV-J-NX
NXF1 5'-GGCAAGCTTAATGTAGTGTTATGCAGTAC-3' #1-#18
NXRI 5'-CTATAAATTTGTCAAGCGGAGCCCTA-3’ #2700- #2684 2709
NXF2 5'-GTAGCTATGGTTAGAGGGAGTATC-3' #2635- # 2658
NXR2 5'-CTCATCTTTCTTAGTCACCTCATC-3' #5282 # 5259 2648
NXF3 5'-GTGAAAAACAGGGACACTGATA-3' #5187- # 5208
NXR3 5'-GTAGAATTCAATGAAGCCTTCGGCTT-3! #7841- #7827 2654
1.3 NX0101 ALV-J CDNA lipfectamine 1mL DMEM
ALV-] CEF 6h
NX0101 MapDraw 10% DMEM
Pst 1 Kpnl 1%
DMEM 8d
3 II-A 3:2 5min
NXR1 NXF2 NXR2 NXF3 CEF
PCR 8d
NXF1  NXRI1 NXF2  NXR2 1.5 IFA
Pst 1 1:500 JE9
NXEF2 NXR2 NXF3 NXR3 1.4 37°C 40min 1 x PBS
Kpn 1 3 1:120 FITC IsG
pUCIS NXF1 Hindll 37C 40min 1xPBS 3
NXR3 EcoR | NXF3 NXR3 50%
NX0101 PCR
EcoR1  Kpnl pUCI18 1.6
0.1mL 8d CEF
pC NXFL NXRI CEF 2h 1% DMEM
N).(Ol()l PCR 368 10
Hindlll  Pst | pUCC IFA 14
Reed-Muench TCIDs,
p A+C NXF2 NXR2
NX0101 PCR 1.7
Kpn1  Pst 1 p A+C 150 3 !
pALV-J-NX 7 LaSota ~ NDV
1
Mini Kit NDV 0.2mlL/ NXO0101
1.4 10 TCIDg/0. ImL 0.2ml/
35mm NX0101 5" TCIDsy /0. 1mL
CEF 70% ~ 80% GiBco 0.2mlL/
BRL lipfectamine 2vg Bul. © FEHETAE MRS IHBRAREE nttor//journals. m aen
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12h 2.4
- He- 1 17
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5 2% 9
50001/min 4°C ]
20min 0.22pm
CEF 37C 2h II-c
15%DMEM 2.4% 31 CEF NX0101 32
4 ~5d IFA 1.5 2
2
22% NX0101 50 13
2.1 NX0101 ALV-] cDNA 26% 24 % 50
pALV-J-NX
Hind[ll BamHI Pst]  Kpnl rNX0101
ALV-] cDNA pALV-J- ALV-]
NX
M13 Primers Ml 5'-AGT- 3
CACGACGTTGTA -3’ M13 Primers RV 5'-
CAGGAAACAGCTATGAC -3’ pUCI8
cDNA pUC18
ALV-] 5 3 ALV-] HPRS-103
NXR1  NXF2 Pst]
NXR1 NXF3 J
Kpnl 2p85 2p85 88.9% ~94.2%
ALV-] E 126 0
2.2
pALV-]J-NX DNA CEF ]
8d IFA
ALV-] JE9
I -B-a
CEF 8d IFA
ALV-] JE9
IT-B-b
I -B-c
ALV-] PCR
ALV-J Taq !
rNX0101
2.3 rNX0101 CEF DNA
rNX0101 CEF 3 6 DNA
8 10 pALV-]J-NX 8
3 CEF TK9

- ALV-T )
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Construction of infectious clone of subgroup J Avian leukosis virus
strain NX0101 and its pathogenicity

ZHANG Ji-yuan CUI Zhi-zhong" DING Jia-bo  JIANG Shi-jing
College of Animal Science and Technology ~Shandong Agricultural University ~Tai’ an 271018  China

Abstract By using PCR 3 fragments of provirus ¢DNA of avian leukosis virus ALV-] strain NX0101 were amplified
from the genomic DNA of ALV-] infected cells and then combined in the right direction and sequences into recombinant
plasmid pALV-J-NX containing the whole genome of NX0101. After transfection of chicken embryo fibroblast CEF
cells with plasmid pALV-J-NX DNA the rescued virus was identified in CEF by indirect fluorescence antibody test with
ALV-] specific monoclonal antibody JE9. The rescued virus could replicate in CEF at a titer of 10°°/mL. The chicken ex-
periment demonstrated that the rescued virus was still able to induce tumors in commercial meat-type broilers.

Key words Subgroup J Avian leukosis virus Infectious clone Pathogenicity
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