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1.1.1 JAF NDVIREEFRUERRFARES, BhHsEdis 73+
AW A s NDVIREEETEESXWNAR™,
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1.2.1 NDV RNA# # B A cDNA# A%, BUFASEIRfE
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THEERNA, S SRV M, DEPCK10.5 p
L, 5I#%NDV-M-1F 1.0 wL, dNTP4.0 pL, 5x AMV
Buffer 40 wL, M=MLV 0.25 L, RNAJHHIF] 0.25
L, SMAFH20.0 w Lo AZRR TS B i S Vil
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2.1 NDV RT-nPCR#&ll /535893 31
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L, 10x PCR Buffer 25u L, dNTP 2.0 L, NDV-M-
1F/ NDV-M-1R£%-0.5 . L, 1Taq DNAR A0S L,
RERF25.0n Lo 251 R 95 CHIAEYES min, 94 °C
50s, 52°C60s, 72°C60s, HPHF35MEIR, Hn
72 CHEAPI10 min, S22 G SR R FIGEAT Ry 26
R HEPCR™ZH) 2.0 L, #Z1/K16.0 wL, 10xPCR
Buffer 2.5 L, dNTP 2.0 L, NDV-M-2F/ NDV-M-
2R. NDV-M-3F/ NDV-M-3R%50.5 L, 1Taq DNAK
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B 1 NDV RT-nPCRA&M 7 ik ALK 25 R
M. DL2000 DNA Marker; 1~84&K 4615 X 10—1~615 X
10—-8 ng/ L cDNA PCR 4 %
Fig.1 The result of sensitivity test of reverse transcription —
complex nested PCR for NDV
M. DL2000 DNA Marker; 1-8. 615 X 10—1~615 X 10—8

ng/ L of NDV cDNA respectively
2.3 NDV RT-nPCRE 5 3 H4 S

FHFFEE () 7% FASE9 . SXWN | Mukteswar
LaSota, IBV, IBDV, AEV. DJI5 ( H9) . POXAHI
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Mukteswart P543bp . 375bp i~ 4547, LaSotatt B
375bp— A~ %4, IBV. IBDV. AEV. DJ15 ( H
9) . POXFILTVEIAR ML (F2) o Z5HUESE
N7 B 7 % RE B X 4 Hh B bR ( F48E9,
SXWN. Mukteswar ) Fl155#E#k ( LaSota ) , HAlH
BRI, RIS T R SR

A2 NDV RT-nPCRIE M 7 45 F P I 25 R
M. DL2000 DNA Marker; 1~10.4%] AF48E9, SXWN,
Mukteswar, LaSota, IBV. IBDV. AEV. DJ15 (H9) .
POXAILTV A 5 25 R
Fig.2 The result of specialization test of reverse transcription
— complex nested PCR for NDV M. DL2000 DNA Marker;
1—=—10.the result of

F48E9,SXWN,Mukteswar,LaSota,IBV,IBDV,AEV,DJ15
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XoF I R SR B 19 9547y 20 255 ek A AR X 1 UEA TG
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Horp p R B R B S 40y, BHYERA2%, FdEkE
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B3 3 £ AND R A ) 25 R

M.DL2000 DNA Marker; 1~13. 3 5-5mAHaml, 54294
PRERARIAE, 1. 3, 4, 7, 10, 128134 B FAk A
Fig.3 The result of detection from some dubitable eftected
NDV sample M.DL2000 DNA Marker; 1—13.the detection
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Establishment of RT—nPCR Method for Identification of
Velogenic & Lentogenic NDV Strains by Using Gene

ZHU Xiao—fu , WU Xu—jin

(Animal Epidemic Disease Diagnostic Laboratory of Molecular Biology; Institute of Animal Husbandry
and Veterinary, Xianyang Vocational & Technical College, Xianyang, Shaanxi 712000,China)

Abstract: To establish a RT-nPCR method for the identification of velogenic and lentogenic NDV strains, and to provide a
technical means for rapid clinical differential diagnosis, according to the NDV gene sequence published in Gene Bank, three
pairs of primers were designed for M gene difference sites of NDV,. In which, reaction system and conditions is changed until
PCR reaction was optimal. The results of sensitivity test showed that the limit of cDNA content was 6.15 x 10-4 pg / L.
Specificity tests showed that 543bp and 375bp bands were found in the velogenic NDV strains, and only 375bp bands were
found in the lentogenic strains. Other common avian viruses were negative. The clinical samples showed that the lentogenic
NDV infection rate of the chickens was high and that of the velogenic strains was low. A rapid RT-nPCR method for the
rapid differential diagnosis of velogenic and lentogenic NDV strains based on M gene was successfully established.

Key words: Newcastle disease virus, velogenic strains, lentogenic strains, M gene, Differential diagnosis





