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CIONING OF NP, P AND L GENE OF NEWCASTLE DISEASE VIRUS OF GOOSE
ORIGIN AND IDENTIFICATION OF P GENE EXPRESSION

LIU Yu-Liang WU Yan-Tac HUANG Yong SHAO Wei-Xing WEI Dong-Ping LIU Xiu-Fan

{ Key Laboratory for Animal Infectious Diseases of Ministry of Agriculture of Yengzhou University, Yangzhou 225009)
Abstract: NP, P and L gene of Newcastle disease virus of goose origin were amplified and cloned into pGEM-T easy
vector and then subcloned into pCl-neo expression vector respectively, the pusitive clones were identified by enzyme cut-
ting, PCR and sequencing. &FF reporter gene was inserted into the downstream of recombinant expression plasmid of £
gene, which of stop codon was deleted. The experiment of transfection of P and GFP recombinant plasmid on COS-1
cells and CEF showed that GFT gene expressed, and this demonstrated that P gene was also expressed. This research
may be helpful for further study of reverse genetics and functional genome of NDV of gnose origin.
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FRIE (Newcastle discase, ND) BEMFE LM —F & EERAE. HERE,
ND iR IF REIM R . IRRWERTHFHERE (NDV), B -FEEE., S
RSB (4% RNA 8. NDV REHALKL 15kb, &% 6 MBS EN: BXRT
B (NP). BERD (P). EREELO (M. REEA (F). NHEX-HEERBEA
(HN) K4 F&H (L), RYHIHNRFEAORFEVRRIERERER, SHER
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ERART, EAMNESERREMAT NERBE DI ERNETK, EEWEEY
MEHBRFY LSS NDVRERIFIE, MEAXEFERBEAZERNARY, e
NDV # R R 5ExT R Al AR K Bl . A ZREE MERRE 08 20 B g m
W, FMEAYEREHRTT EEY, WHE, X oERe— kR EIRAERE 2y
Go RILTIHI R T AL 21 Bt oDNA TEREFHF AT T FFIME (FAR). AREM,
Bib b, HERRREER NDV 89 3 MEBVEORE NP, P AL RE RS AR RABRKNE
SR P RNHET T RAEE, NDV BRI G R R EE NP, PAIL K
HWEBEFRARNKNS S, BHit, 40758440 % B4 TR Bk NDV #17 K
I 3 AR AR A R KD R AR B T T et

1 #85HFF

1.1 #H#

1.1.1 5% BEFEERE 20/VGCo ¥k, 2000 EATNINT R HBEISBILEE N
BAHKY,

L.1.2 BERFIBER: E.coli DHSa HAERT; ABEERE pClneo B A Promega 25
d]; BB pEGFP X H Clontech A 7= 5.

1.1.3 &f: T4 DNARAM. BOMAKE RS (AMV), &S{RE DNA BE8. &5
PRANEPI YIRS, T4 DNA % B8 . pGEM-T easy vector 4 B Promega 227 ; Expand Long Tem-
plate PCR System, DNA ST [PIMAM & . FuGENES # 4l &1 § Roche 24 F; Fb/p
ERER &8 LR A R FRERERE BN E Signa 247,

1.2 KiZ

1.2.1 WEHEHERARE RNA $i8E ;. #oUmRis1E#s T,

1.2.2 PCRIIMETT 58 W B GenBank B BB IR FIRIEMR T Z2I/VGo R EEF
5 (RS AF431744) iHF 5 3 X514, 51 NP, P HIL EH.

NP1: 5’ CGGAATTCGAGCGCGAGGCCGAAGCTCGAA 3 (& EcoRIfif)
NP2: 5 ATGTCGACCTGGGTGTTGTCGATCAGTAC 3 (& Salf25)
Pl: 5 CCGCTCGAG GTGGATTAGGGTGAAGATGGCCACT 3’ (& Xroll 15}
P2: 5' GCCGTCGAC AGTGACGGGAGCCTGTTATGAGT 3 (& Sall fis)
L1: 5' GCCTCTAGA ACACGGGTAGGACATGGCGGGCTCCGCTCCCGA 3 (& Xball fi745)
L2: 5" TTCGTCGAC CGATTGCCTTTAAGAGTCATTATTACTGT 3’ (& Sall i)

BT 519 5" St AR (BAHAY) MEPEE, SIWaEEYTEA
i (AR ARle.

1.2.3 cDNAGHRFEME: NPH PEE PCR KW : MC FAY S min; 94C 45, 48T
455, 72°C 1min, 5 MEFEHEAS 2 MEFEF: 94C 455, 50%C 455, 72°C 1min, 25
TEFR S 72°CEE{E 10min,

L 3R PCR LA : #% Expand long template PCR system 1B Fi4T,

PCR =474 ] DNA %£8 FIUCGA | & [B]UG 55 pGEM-T easy vector 16°C %45 8h L | 5§
AR EFETYA—SEC U KHITE DHSe, BRI @EHERT] 2mL 1B 3Rt
WS /MR R IR A PCR 3R %5E,

1.2.4 WRERKEE: H R pCEM-T easy vector [ 3 F H (455 B 4 5 I 4 17 B4 55 B
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BREEN IR (RSI1EER) SHi7 RS IS Rl aide, a5 T w ke 2 FH A R DR A
MIE LK pClneo £, FIKUIA PCR h % T, MHERE SR E N pCL-NP,
pCI-P# pCIL, 2 BBETEWTRAANTFREIT.

1.2.5 SHEENEEN (GFP) k PEOENEANKNMME: #F pEGFP A EcoRI B8
{355 A T4 DNA Polymerase #hF-, ZBEULIE, 70% ZBEBER, T4%, WG H Azl M
7, ST oFP BH (£ 750bp) W& 4 1.2.4 BT P EEHHETEEH
Smal ¥l Agel WEEUIIG Rl idh, M5 — &gk, & DHS«, PREEREOR, HEEY
H PCR HFEEE, FrERERERS N pC-P-GFP.

1.2.6 P REENFXLERE: ¥ pCl-P-CFP ANE DNA /N E R I & MR E A%
JEEE T (Eppendod 237]) SE W EEMAE, ¥4 COS- 1 AIFEF CEF fiMd. A7
% FuGENES $ iR Rl & F UL A Bttty FiaeEE 858 FRE cFP RiEHN.

2 KR5S

2.1 PCRIMMBARNMARSEE

R WAREE SPFSE R, SERER, A PEG-6000 ITIE, SDS R#.
By . #UiRhiRHE RNA J58H/T RT-PCR R, {874 0.8% MBS M BERE ik,
£ 1.5kb, 1.3kb H1 7.0kb A4 BN EAH — SR, BWDSREIT D AP,
PALERA, .

TERHE RNA fiRET, RERXMEHE, MREFRAXSERSEIIEERE M PEC T
i, B EOAMEAAE, BFERNRERS, LEEREREK, AHAEREHE
W Tag DNA RERLEFTE S, HRRJLIRE AT, EHA Expand long template PCR
system AT, B—WEIT A ey &%, mMENAEE Toag DNA BA8T BAD
PRV HE, FHik, Vg, EUARERY EENE, MNRER “98
T MRES, SREEN, WARRABMERT,

PCR /= EIW AL IS, 5 pGEM-T easy vector B R RE, #{L/S1E AIX R (X-gal.
PTG | Amp) FHBERARZEVIEMETRE, BEIBIM PR FEEE, EEH, 3
MHERHC 78D pGEM-Teasy vector T, MY XiEFE, BAAKBWHERE. EF{
EEEN, TRASHN GaoLk, MERA—#%T, BEFk+amE, 5T%E,
MR BEE.

2.2 EERNNTRESET

iR NP RERYEE A R EoRI I Sell WG], P BEE AR Xhol T
Sall TUAGY), L HEEARRH Xbal M1 Sl XMGY, B BENAE, VBB
b, REHHHEED NG pClneo B FBHMAER, B, PLHUITFE, BBURNE
AR, B PCRAMFET. EEERE, 3MHEMNERAMBI TR EEXRER
K pCl-neo b (H 1 #012),

234 EEA (GFP) EARRMMBEERIALRE

A crp EE 5 NDV &) P REMGBEFAIRE, DEXRLFEERESHBEED,
AHRFETRE P BEE I FE E RN Agel fih, 1§ cFP RAREMS P RNE
HERER, iR RN EER T P EENER, AHRES PERA
MEFP B E A FR {5 YL COS- I MICEFSENE, S fE24h i G BRI nf F B CrPRER )
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kb bp
— 23,130
6.7 — — 9,416
54— — 6,557
— 436lp
— 2322
— 2,027
&1 NP P EHEESFN IR 2 [ EEEA RIS EIRER B RN
B kR M M 4 FRAFME (ADNA/Hindlll),
M A FRERE (ADNA/Hindl + EcoRI), 1 EEFEN pCl-L F Xbal 50 Sall Y]

1 H 48 U pCI-NP Al EcoR 1 Sall SUEELD),
2 BHIHN pCl-P i Xhol F1 Sall WUREY]

Fix (B3 H4), EFREOE FETREEERS ML Y Cos-1 IR FEAR
B, Xo[fER CoS-1 IEEAT GFP ZEHMEL, -

B3 CFP 7 CEF 4B LAk B4 GFP L COSHM FAYFIE

GFP B2 1994 S VK BHAN A B AR — M WG RE, CRANE—RERR
MPNFRE AR EROLNEN. oFP ARAXEE, FARERYIHBAT, &
HERAMNBER, REGE. Bit, EHEMEEZRM 0P REEER
e P ERKTH, —EXENBEED, Bk, AMaREGERTKANTREABY
ERBEEBRE. BRK P ENA L FHMIL ORF Ky/MES K ¥wF (£9 200bp)
=8, ERMEROS KBS EE. BTEE MM BT RN KEREHTER,
Bk, ABREATRBNTETAZAEORRER—CHBH. FRARNTEE TR
BHBRAREN NP, PRILER, 35 P EENRAAG T EE, INFEHTE
F0 %ot 2 e R B R R B T S S A B LA A RN RE R R AW SE AT T 7 2ehk

A
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