BHCEE AR 2009.40(12) :1782-1787

Acta Veterinaria et Zootechnica Sinica

2008 £ IHMXRERL FEFIHERS
BEETRSW

xR LEARES EAARL SR Rt F R
(LA R Al W03 B A i TSR ISR M 22500952, G B & 1123 4R M 221009)

HOE. T REd TR IRZER R (Newcastle disease virus, NDV) 4> F AT 9 2% M 1o 4% 48 S 00 74
H X 2008 £ 3 B HILIRHLIX 16 BR R A — @R NDV /- Bk F A HN P 5 B AT 7 8. R4E FRER
HHN FER P304 00 1 2 A8 % 3 A i B AR — 30, 36 W 43 B8 Mk v A 77 70 38 JEOBE 25 1 56 R R AR F 41 1 NDV s [m] i
HN fH HZ MR A kA E34TK RAZH S AR A0 7 B R R E & BT &S FE DI VI d T2 8 7% S Bk 0 th B0 51 2 AR
SR AT ML AT Y = EE AR

KB BB A LW d 7B 5 % S

hE 4 ZE S :S852.659.5 XERFRIRAD: A X EHS:0366-6964(2009)12-1782-06

Genetic Variation Analysis of Subgenotype V[d Newcastle Disease Viruses

Isolated from Jiangsu Province in 2008

WU Shuang', HUANG Wei-ping’, WANG Wei-wei', HU Shun-lin', WANG Xiao-quan', LIU Xiu-fan'*
(1. Key Laboratory of Animal Infectious Diseases of Ministry of Agriculture, Yangzhou University ,
Yangzhou 225009, China;2. Clinic for Avian Disease in Tongshan County , Xuzhou 221009, China)

Abstract : In order to explore the molecular epidemiology of subgenotype V[ d Newcastle disease vi-
rus (NDV) in Jiangsu Province, 16 NDVs isolated from different regions in 2008 were character-
ized phylogenetically. Fusion (F) and hemagglutinin-neuraminidase (HN) genes were amplified
by RT-PCR and sequenced. The phylogenetic trees based on the sequences of the F and HN
genes, respectively, were almost identical. These results suggesting that no recombination was
present among these NDVs. In addition, the isolation frequency of the variant strain with E347K

mutation on HN increased significantly in more recent years. More attention should be paid to the

emergence of the variant genotype \[d NDV strains.
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Table 1 Primers for amplifying the F and HN genes
EIE7EA 51475 (5'-3" i Fr BeR/N/bp
Primer Primer sequence Position Expected size
F1 GTTAGAAAAAACACGGGTAGAAGA 4 486-4 509 075
F2 TCCAAATAGGTGGCACGCATA 5 440-5 460
HNI1 GATCAGATGAGAGCCACTACAA 6 182-6 204
HN2 GATAGATGTGACTCTGGTAGGAT 8 425-8 448 2 267

1.3 %55 RNAREAIEREFR BT 15

B 250 pl 73 B AR 5 HY IR 2R . 4% IR Invitrogen
23] Trizol 320500 0 WY 45 U A £ HO B 42 2 T
RNA, RT RWAKZ 17 pL 8 RNA B3, 1 pL 50
pmol « L[ 6 i EEFEHL T4, 70 CI/KIE 10 min)5 57
BIVKIA 5 min AKIKINA 5 pl. 5 X 6 5% buffer.1 pl
dNTP (10 mmol « L"), 0. 5 ul J ¥ 5% i MLV,
0.5 pl. RNasin, 42 C KW 60 min, T 95 CF 5 min
KA S5k, F A HN JEH v Be— i 941 . PCR 4~
BRZ 2.5 pl 10 X Tag DNA B4 2 0.5 pl
dNTPs.0.5 pul. Tag DNA B4 (5 U« uL, BRI
F191450.5 pl. 1.5 pl. cDNAL K E#B 2K ZE 25 pl;
PCR JZ )i 4 #:95 'C 3 min; 94 C 30 5,55 C 30 s,
72 C 2 min,5 MEH;94 C 305,58 C 308,72 C
2 min,20 ME#H ;72 C 10 min,
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FEA PR A AT . e Fr B2 Fx o3 A 0 20 4T
P ] DNAStar 440 I 5 R 2 1 DX % 8
TR ¥ 51 S Hotfe T ) B IL R ¥ 91 5 GenBank T &
F NP 5 AT LOX G BT L IR AL R e kA K AR
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Table 2 Details of 16 subgenotype V[ d NDVs
F %ﬁ%% HN %ﬁﬁ%% e - i 01 2%‘&%1ﬁ(345‘f353 bp)
Accession number Accession number Linear epitope
Isolations Host Cleavage site
of F gene of HN gene (Residues 345 to 353)
GQ245805 GQ245860 SY-1-08-Ch Chicken RRQKRF PDEQDYQIR
GQ245782 GQ245837 DT-3-08-Ch Chicken RRQKRF PDGQDYQIR
GQ245802 GQ245839 HA-4-08-Ch Chicken RRQKRF PDGQDYQIR
GQ245791 GQ245846 SN-5-08-Ch Chicken RRQKRF PDGQDYQIR
GQ245784 GQ245857 SN-6-08-Ch Chicken RRQKRF PDKQDYQIR
GQ245810 GQ245865 XZ-7-08-Ch Chicken RRQKRF PDEQDYQIR
GQ245812 GQ245867 XZ-9-08-Ch Chicken RRQKRF PDKQDYQIR
GQ245798 GQ245853 CZ-10-08-Ch Chicken RRQKRF PDEQDYQIR
GQ245806 GQ245861 XY-11-08-Ch Chicken RRRKRF PDEQDYQIR
GQ245814 GQ245869 XZ-12-08-Ch Chicken RRQKRF PDEQDYQIR
GQ245815 GQ245870 XZ-13-08-Ch Chicken RRQKRF PDEQDYQIR
GQ245807 GQ245862 XY-14-08-Ch Chicken RRQKRF PDKQDYQIR
GQ245819 GQ245874 7]-17-08-Ch Chicken RRQKRF PDEQDYQIR
GQ245800 GQ245855 JS-18-08-Go Goose RRKKRF PDEQDYQIR
GQ245803 GQ245858 SN-19-08-Ch Chicken RRQKRF PDKQDYQIR
GQ245804 GQ245859 SN-20-08-Ch Chicken RRQKRF PDKQDYQIR
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Fig. 1 Phylogenetic tree based on nucleotide sequences of the F gene fragments (47-420 nt) of NDV strains
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Fig. 2 Phylogenetic tree based on nucleotide sequences of the coding regions of HN gene
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