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(B EB] M # SRS FLARTWEREIKE AHENSE ¢B B3 F M NDV F48E9 # F XK # MDV
CV1988 k553 ki 84k pUS10F ¥ 3 293 T 4051 . 383F PCR MBS b (IFAI RIS T HEE B H MKk, 3
WEREME LA, SRRV .EKHARDTHE F ERN . EBRREBEKT 25 AR DNA ;8 5 5 5 R R K
pUSIOF JR Yy 293 T HMLAT Rk K NDV F S EP-H I 847 BB 550 NDV B bRk i85 6 . 808 R A%
Y%K :DNA 3 pg/mL ¥ 5 /5 48 h SP R AR R i A BB L 78 6 FLAR T 96 L 4R = 40 Mo 3 i 4 51 X

2X10°/FLH 1 X 10 /FL S e i R e i .
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9% (Newcastle disease, ND) & iy 37 48 7 1%
# (Newcastle disease virus,NDV) 3| H T EFE
X F0 KOG ) — i B RS AR W B 1926 4F
B ABLLLR R 8 R 5, 1A BRI 3% %8l
B EE AR, o E bR B8 % B 18 /B (Office Interna-
tional des Epizooties, QIE)#| 3 A KL Y hg- &
SR, AFIRE(ND) Z BRI K, R & H
MERIEENHET T RKEMPFRSY ERE
AEHBREFEBE T BEHTRBER. BESEN
H RGP AR A B, IR BU I 38 b # BB
Z— RBERMBRZRAREREAER N EEEN, W
EREEEUNEEETEAGENE TR ZHE
FRERFERAY RERBFRAHEECY,

O3 ¥ 9 (Marek’s disease MD)RH G 7
I 9% 9% 8 (Marek’s disease virus, MDV) 3{;& #) —
o 3 v BB Ao M 1 ek PRI, LAAR R M 8 PR
O A 45 R 28 B UL PRI B Bk R 46 ok O 40 M AR AN
AR MR, RfEEHAFFE VR ™HWE
R2Z —  AHRBUERERNEFHREL. 8 20 it
20 70 4548 MD 5 8 1] tit LAk , 150 B 48 B 2 45 il X
WM EEFER., BRWEEHNT ZHEAME MD H &
FRRA FTRER B ZRR RS, 75 R EFE K
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BEE o7 SRR R EE (MDV) AR B om , g
MRIERRRKKERBEE T TERFENTEZER,
MI—EBREFERNEHEZEMAR . FELERE
M AR MD B EH B H R R XET .
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MRE NTHELETRENEHZEY, LIHEAE
RH TR B 57 SR AU 38 MDV HAk5IE M S K
FOIFRFNDAMMD HER TERENEHZE N
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1.1.1 @mpagszsit 203T ERAEKB R R
KEFYEF Bt PR BB AR DMEM 557 &
2 GIBICO BRL 23 w) 7= & ; [ B 2 36 B Difico 23 #]
FaGEAMEWEMNEEFEY TRAAE,
1.1.2 FE58id & NDV F48E9 % F EE
) MDV CVI1988 # ¥ # i hi & (& pUSIOF mfE#H
FIEN ;15 £ DHSa mB AR R ¥ PR F BT
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1.1.3 TABARXM Tag DNAEBESEMAELEY
(KA B 7= & ¥ 1A 7l BES #1 CaCl, W B L%
AP TRAERAE:RIE gY KemiEZHWA
Promeg A &]; 4L NDV i M F W H R 25
BT B iR 0 5 E 7 Bl
1.1.4 5 4 #4E GenBank bt A% & NDV
F48E9 #k F EHE M IF IRt 1 W5 1¥. hEEY
(KEIA R G HFENG .

P1 5'-cag cta gca tgg gac cca aat ctt ct-3'

P2 5'-cga cgc gtt cag atc ctt gta gtg-3'
1.2/ &
1.2.1 293T smheehst i HXE@[1IINMBHI
% KBIRI., 2k pUSI0F BhL . 5% Y ni 24 h, ¥4t
F KGR 293 T 405 B Eg i fh /5 R 2
6 fLim. M FI A 2X10°,6 X 10° fil 9. 6 X 10°
JRL. I M A 2 mL & KB4 B 10%10 E W
DMEM,37 C.5% CO, ¥ MM A K
FRW AR 80U ~ 90U B FFIRHITHR. AT
WERAE R FE P&, /A 1,2.3,4 M1 5 pg 4L
¥y pUSIOF, IMA B &% 0.5 ml 0. 25 mol/L Ca-
Cl, W) EP B, B . ARG HEZEMA 0.5 mL
2XBES &k, IB5, ZERME 20 min, B # Ca-
Cl,-DNA-BES % #. # il CaCl,-DNA-BES ¥ &
200 pL/fLF MR B W R RBIRS.E 37 C K
BB sY% CO, FATHREMAN. Y24 h BR
FHEFE W, F 100 g/L DMEM % 2 1K, 58 7L i 7 &
K| 2 mL,
1.2.2 A#x# g (DEEREEREIFAK
W, KT 6ERAER YR PR Y 24,48 A
72 h J5 8 293 T M HAT I, F 4514 1 X 10,
2X10'F1 5X10'/FLiEF B 96 fLIR . RN A
BJE 21550, B PBS ¥ 1 W& 1Lm100 pL #
V%E':Jﬁi*/u\ﬁﬁ 95%&@%%@@("29& t Vam=4:6)
BEWE MM, ZHME 5 min, A PBS k%
96 fLAR . K 5 min, E¥E 3 K A PBS #47
1:10,1:20,1:40,1:80,1:120 1 : 160 {5
BHMH NDV M. BE&F 37 CRM30 minf5,
FEHiMmE A PBS 74 k% 96 LR, B K 5 min,
FELU¥E 3K SMALZ PBS 1 : 200 &R BRI EIRIC
B IgY B &S T 37 CE M 30 min, F A PBS
F etk 96 FLIR . B W 5 min, 2483 KB F. M
A 0.1 mL Hili+PBS(V iy : Veps=9: DIBREGH
HEREBEHBETMELSR. Fat, LUEH 293T Hg

f BA %ot R

(2)PCR i . & 3Cmk[9 R R R K IE %
X} R ML) DNA fEREAR . 4K R K 50 pl, Hop
Bt DNA 1 p¢L,20 pmol/LL E. Fi#5I14% 1 ul,
2.5 mmol/L. dNTP 4 pl.,25 mmol/I. MgCl, 4 uL,
10X PCR W B Wik 5 pl..5 U/pl. Tag DNA B
0.5 ul. . #B24EK 33.5 ul.. PCR i &f.95 CA&#
5 min;95 CAFEM: 1 min,52 CiB K 1 min,72 CZEf#
2 min,30 MEH ;72 CLEfH 10 min, 4 C{RETE,

P~ YiEd & E BRWLZ % (Ethidium Bro-
mide, EB) ) 10 g/L 3 A5 4 & Jic o0 3k 6 10, € 4M 4T
TWEELER,

2 HR5aW

2.1 WPBAKRBRN 293 T MK IFA EE
IFA 25 R B8 HE R F 4 ¥ # MM 293T 4
A LLFIXS AT NDV mF R LR RN EHRE
RESERFRENTEE 1D, MIE® 293T 4K
HIFER R, EHER M.

Bl 1 SRBHHEBIN 293T 4IME IFA R T4 R
Fig.1 Result of IFA in 293T cells

2.2 HRABEHAKBRA 293T @AM PCR £

IR E A F b 293T A DNA fE4
", %Yy ¥ NDV F B H @y K HEH#4T PCR ¥ 1,
AYHEH 1 678 bp AR R BRI LLIE ¥ 293T 4
8 DNA J8R, Mk ¥ B8R0 A B (E 2),
2.3 BE#HLZEOWE

9 7RO MR AT A R R R
RRUHTTEHER  BRATE T RN L R
B, ZBIES DNA MEFRKLL 3 pg/mL B HHE,
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WG A8 h AMEENAEARIHELERST. 1£6
LA F 96 FLtk . 40 B E & 4 B L 2 X 10° /4L A
1X10"/FLE IR B iF .

l-<— 1678 bp

2000 bp —p§ m 3

1000 bp —p4 -— ;
750 bp —-SR 2] :

4 (!
500 bp —p» ”

100 bp

A2 FPEEMAHBER 293T MM A PCR ¥ &
1. DL 2000 #f ¥E % 1 5 2. DAS% By 0 4R % B JORE
293T 48 DNA HHAR K PCR =47
3. LA 293T 4l DNA A#H & PCR § 184
Fig. 2 PCR detection of 293T cells transfected
with recombinant plasmid
1. Marker DI. 2000;2. The PCR product of 293T cells
transfect with recombinant plasmid as template;

3. The PCR product of 293T cells DNa as template
3 W ®’

BEE> THEY AR ZHER AMT—HE
ERENEAKHMA R, HEHRENELES
RAMVRHRENFE . ARXKEE MDV CV1988
RERERNRERERMERAREFTHRANIER.
—EH A MDV1 BIZH (40 CVISss 1 R2/
RLMBEEBREBRFT HVT 58, F a5
MDV1 # 5 vwwMDV R 8 & 1 [F IR, Big

AT AR A if 7 Y SRR R 5 B A X R B R
BN B R AT vwwMDV fl vw+MDV i L 2
R . Hk.F CVIoss Bxawaw Al /&
AMER 2 B BFREH SRR, M EAE HAE B E N
FEIDI s b, ¥k A W Rk sh P B R 1A%
BAHMEMIYMALHRE . FEBLEERR
RNBEE SR MIESE . hgeal W, L CVI988 fEN
T N2 5 oA 3y B A 2 1 B R

PRSI R BMFEILRBRAN ROEREIL
FEHENE DNA RASFHEILIYHERG S IE,
AEBERANVERREERE AIE T ERER
BRSNS, RHERNENREGRE, 45
FEARBRETRUE ARHEKRESOREBREE
MERMERE., ST, AFRTAERITHERZN, B
XM A KSR ME DR R E S F
LRI PR R, U RER R
BERTFARKRES, HRIFRRWTEEZ S MK
MR FEHITTHRR BRHEWRER RN
WK 3 pg/mlL,

AMI—HEZ R EHEHR ND.MD 8%
HEFHHBEARHRIBI R IR EZTE SPF 1§
ENEITH. S EENEARENIESRABF
BRI A, HREE AT B R AR K
HBRERERRERAZEREREYMAOSNEAR
. BRI YR, E MD WERBEHAZR D, A
M egBiRah F&EH F HEMFX, BT LU#CRE
Xt U7 F5 B F i HE R VE AL SURT USR5 R i X e
X6 (1) Ge G P 47 M FE B S B DR AR B e . AR SR
REFAHA MDYV # gB 53 7# % NDV F 2H &
Fik, R gEEA MDV, ff HEEA R BB ND fi
SREHRIIEMN MD, AR REN, HB AR &K
Y 2 R R 3A & VT LU 40 B R A Ot R kL X O
— 5 FRFRAMND MMDEHHREAET
Fak.
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Construction and eukaryote expression of marek’s disease
virus CV1988 transferring vector containing NDV F gene

SU Chun-xia',SU Xin-ming',ZHANG Yan-ming’,Y CHEN Pu-yan'
(1 Key Laboratory of Animal Disease Diagnostic and Immunology. Ministy of Agriculture,
Nanjing Agricultural University, Nanjing . Jiangsu 210095 ,Chinay
2 College of Animal Science and Technology, Northwest A &. F University,Yangling ,Shaanzi 712100,China)

Abstract: In order to improve expression level of recombinant virus, the transferring vector pUS10F
with gB promotor of MDV and F gene of NDV was transfected in 293T cells. Expression of the gene ex-
pression cassette in the cells was detected by PCR and IFA ,and the transferring condition was optimized.
The result shows that gene cassette was integrated in the DNA of cells. Expression products present good
antigenicity because it can react with anti-NDV standard serum. The best transferring condition is;: DNA 3
pg/mL ;the highest expression level was testified 48 h after gene was transfected 293T cell;the best trans-
fected effect was proved in 6-wells micro titer plate,at 2 X 10° cells/well and in 96-wells micro titer plate,at

1X 10" cells/well.
Key words:livestock and avian disease; NDV; F gene; MDVCVI1988 transferring plasmid vector



