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Fig,1 Construction of expression plasmid containing the early-late promoters of vaccinia
virus and VP, gene (¢cDNA copy) of Foot-Mouth Disease virus O, K subserotype
PF1034&BamHI-Hind X ¥ )5 5 B i es0bp )i B, = BamHI-Hind ¥ W% 8y pBCBo6* i 52

141 32 #¢ 48 3 pF4H

850 bp fragment isolated from BamHI-—Hde digestion of pF1034 was ligated with
BamHI-Hind J digested pBCBog* to produce pF4H
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Fig,2 Consttuction of expression plasmid containing the late Promoter of vaccinia

virus and VP; gene (¢cDNA copy) of Foot-Mouth Disease virus subserotypeO, K
pFlo34eBamHIB R E, Axk a® (Klenow fragment) #@¥ L, M5 HAHind]
Wi, S+RE1esobpir &, SHinc] -Hind Wi pBCBosH 2 Mk, ®pFlo3408,
K VP E s 5PL WATGRFR —H iR 2 b
PF1034 was digested with BamH] and blunt-ended by Klenow fragment enzyme,
after Hind X digestion 850bp fragment was isolated and ligated With Hine [ -Hind §
digested pBCBog to produce pF103408, The sequence of the gene in pF103408 has
the same reading frame with ATG of PL,,

REWRKE -1 B3 T P, 05 SEE
M (MCS) A TK #£H, ¥HiHUERE
Amp* (LE1)'8,

pPBCBO8{H D.Boyle M+ H i, =
SpBCBOS* KN ETIHEANWREE »E
WR kg £ %@?PLx l&MCSHﬁ'wﬁﬁF%
FRMWE (LE2) ,

pFMDV-1034Max PLanck 4E {£5F
F AP, H, Hofschneider S E M, %
REHEE O, K LR VP ML KPP, , 5
[ESN Pz e

pFAHF] pF103408 M5 ik I, “4%

© FERERMEDARAATIKSHESD http

B? #ho

SMENRE, RS A BH &, ¥
¥, FRIDNARIHI %, o8 5047 Bl Bea * 2P
MIEEAHHESH R XS BT @K
B U7, i EEE: TADNA iR,
% AL B4 TR SBRLIE MR, T4
DNA % ¥ Bl P EH ¥R A Yt
Brigff.

(o) HIEERFZ
BRRRIIB), MHEER “& 587 I

43o

(Z) BMBETRNy%

journals. im. ac. cn



192 M 4 T

B ¥ @ 3%

WIS 5% (O, BSFIEAD HIKE
LI T B S s R b T BT $E 4, A
143 B TK-#ifs X His 1, BSA (L
BED) WiNE 1Y, Ao, R
ERA DRI &R 207, RN CERY T

4o

% #
(=) dOWE ¥ (O KT H)
VP ERFERRRAERRARBNHEE

HEEHEERE, — &5 W F
T BAGE R B ERAR K, &
187000bp ) DNA, T HEEEAE, MH
B RIS B EE DNA R EERYT],
FEeEENABREEAR. BILEEEY
BEEMNEREERNELARR, REEMABN
BFATEFHEL, ANESSHEERNR
AE RS HIERER MRS
Fh, EHEREMAR &L 8500bp HIIE
HRNA, fom#EMpEdfEd, fh RNA 3%
RER-— &% HAM (Polyprotein) , &
FHRERNNERBSE THSEE,
THESHEESZNENE TS B E A,
VP,, VP,, VPy, VP,, VP, R ETIE
HHER Y, HhVP g 213 P EER
FIUN, ARENIERERS, &%
F 1411605 MR TR L M 55 2002137 B
BREXEDS VP, ERMEEJIEREE
R,

FATHO K RipF1034 W FE MR A
hREER VP, HHA cDNA $#1I] V7,
pF103422BamHIAI Hind Il X EEIRE , 15 B
K ER 8500p WH R, SHIEERHVP,
SRR P EE Y BB SR
s RE 2 B8, TEEE pBCBI6*
DBCBO8 MM JRArH, MRS & O BHER
#FO KTH VP, REWE I EARK R, &
pF4H S5 Bk BT BB P, F

© HERFERMEMHARAATIKSHEET http://journals

AHHERFVP, B0 REHR Met) iy
ATG 2y 8 FHHT 2% . pF1034080U R
FIFIEH s BENE ] B3 FPL, 1) ATG i
EFanT. BRRORHERS VP, FIlY
PL, [ ATG &&FRr—F 2R GER
2) M THEH BT LR, RITAR
T, BIESIRTRA 5N, RIE TR
HEFEF P e, R ENERE S
B FEH, Mg T pF1034/F %3k TK 3
HE R I 71 1 E A F HE 32 (Blocked
reading frame) 1T TK M F 7
(Flanking sequences) i,

() FICEREIEBRTKC XIZHE
HRE

BRI A% AR R 3 R A 95 1 i sk itk
PR i R 4 TR 35 O A R R M O
FTEkE (TK) MFEyl, BT E B
TK™ FHFERF. 2, YRS TK
mEHAEARREEAN, FEREARY
EABARBHETK £, WAEAS
W TR R E Rk HE S E R
KEMEY RERERERIEE K ATAR
FRETHAEE M k. RIMNBAREHEEA
Hep 2 1K, fEE IR D, MRS
FEERYEY, T—BAREIA,
HAEFEEM,. HRERFSEUIES
aifl, APk vEH 20 &8, 4 R &
BUDR (5-{RFEREER) K& MTAGG (F
e, ME. BE. S8, H=Em &
HEDY, BRI RE, Hb®K
TIEFAXRLEEHARRERES, &
L2407 MTAGGRE, HECHTE
HAESRNERTIAN MTAGG, ¥ HE
ARIRELEC Ny 100uM, Lk 68 R iR 8 5T
X FTFEEBB A, ETK H143B4
i LA ETENE, #RSEYE6hN
MTAGG, 7& 143B #4 i EHkBE A
FH. A 143B TK #ilp LW . & &

im. ac. cn



& AR KEAVP W EAE S NSRRI 193

BUDR (35ug/ml) ¥53erPiyig i th 78
A EBUDRIEZHIEP A EAL 10000 {211
EFRN TR R E.
(Z) HIERYEEE TW EHES
wE
PLEA~4RFE0, 01—0, 0558 BETH i BAL
(PFU) WYTK EBRERAE1—2 HAK
JAH 1438 TK#iE. 37°CHEs1b/5HE:
W, WA 2.5ml 10% MIFHIBFERE
(RHEM12cm®y , 37TCHFIMVERK RS
EUE T i 1438 TK 40 fia rh il 3% 32 9 15
. IMANFREERYS & UL IE 0 & 41 i &
DNA 4l i FEDNA T IE HHH 2988 10—
30min, FFMfnEIEITERZUEARR, I
2ml&10% MIFHEE SRR, 37°C Rk 1—
3h, ULRTR R 7E BT M BIDNATESE
B BRI Y. MRS TTIEY IS

W, HiER4mlE10% iFHIRESETR. 4805
s

REH143 B TK4if, HAEEZFRPIA
35ug/mlEY BUDR. WRJFFH0,01% M
O -BEREE M AR B K, P HAR BE B
RARTK £, H7TKPRERAKH4SB
TK-#faby 240w — 4~ 3, =& F
BUDREYIE R i ib s 3 50 48h  F F 8%
FEiE, TREALFIA 20— 4001 FE K. T
A 3R e, EFLET Sl TR R AT M
Fo BEKTERE Y, FHpF1034F) Bam

HI-Hind Il FrEE(8500p)FRid La® *PH IR
i, A EEHEAS &F DS E VP,
BEE 4 ME AR EEE ULE.

i E BB AL AR R, kS
LG, 75 143B TK-4f R, &

Bz MA4TREHESOEERGEOKTRMVP2E (cDNAER) WEIABEERE
Fig,3 Screening of recombinant vaccinia virus confaining VP, gene (cDNA copy) of
Foot-Mouth Disease virus subserotype O,K by molecular hybridization
BER (2 FAFBEE, DERMRIEER (82mm) ~5x10%cpm ol P H AL,

1 hashis X REN .

The samples were dotted onto nifrocellulose membrane as described in results
(=), Hybridization was proformed using q-?2p labeled probe with 5 x105cpm
per membrane (32mm in dia meter), The X-ray {ilm was exposed for 48h,
‘A, g4t First generation of hybrid

B, Zeds# =4t Second generation of hybrid
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Table 1 Expression ol VP, gene contained
in the recombinant vaccinia virus
as detected by ELISA

B R } 1:1 1:2
Antigen protein | KR, o R ool /N
coefficient coefficient|
V.Vi0344H-3 1.65 (9,50 1,27 |6.78
V.Vi0344H-13 1,54 8.71 1.15 |5.82
V.Viosd44H-48 1.43 7.52 1,22 [6,42
V,.Vio3408-2 1.47 8,21 1,11 | 5,64
V.V103408~15 1,46 8,14 1,07 |5.35
V., V103408-19 1,30 7.00 1,17 | 6,07
+ q
%E*g%%;gﬁml 0,58 0.38
Blank hole control| 0,29 0,35
(empty)
Blan%ﬁlate | 0.30 0.19

BL20 1% R BE Y UL P ML T, R ) 9 B BE T W
P/N@, Mg TRHTDREAWHRLE 2 &5
#y ETILRMAEEEE. BRY., Ral ZHEFN
5 4] 45 By 25 L

P/N Values were determined using 2¢:1 diluted
double-absorbed antiserum at different dilution
TK*(TT):Vaccinia virus Tian-Tan strain be-
fore recombination; Blank hole, Add coating
solution, washing solution and chromogenizing
solution only

Blank plate; Nothihg was added in the holes

AR & OB EN VP A
B AELY B PR B A R B EL R IR BT AR T
e~ BESE A m R A ER T L2 M AYSMR
HE M F A PR RIEEN . EEINRES
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CONSTRUCTION OF RECOMBINANT VACCINIA VIRUS
CONTAINING VP, GENE OF FMDV(0.K SUBSEROTYPE)
AND THE EXPRESSION OF VP, GENE

Wu Xiaojun Li Peng Mang Keqgiang
CInstitute of Microbiology, Academia Sinica, Beijing)

Liu Gengqi Zhang Yonghe
¢Institnte of Virology, Chinese Academy of Preveniive Medicine, Beifing)

The paper present the results about the insertion of the main surface
antigen. VP, of FMDV subserotype O,K, an epidemic strain in west Europe,
into thymine kinase gene o’ vacecinia virus and expression of the VP, gene
in animal c¢ells, The vaccinia virus Tian-Tan strain was used as the
vector, a very safe strain which had been used to control smallpox in China
for many years, The clone of the target geme, O,K-VP, pFMDV-1034 was
provided by professor Dr, P, H,Hofschneider,

Firstly, the VP, gene of pFMDV-1034 was inserted into a intermediate
plasmid pBCB0O6* at BamH I -Hind I sites, which comprises the early-late pyis
promoter of V.,V WR strain and a multiple cloning sites, flanked by the TK
gene, {provided by Dr,D,Boyle), Alternatively it was inserted into plasmid
pBCB03 at Hind T site, which differs from pBCB06* in that it contains a late
promoter PL,, instead of P,.,. Secondly, inoculated 143B TK-cells with
Tian-Tan strain 5K"and fcllowed by transforming 1 hr later with the two hy-
brid plasmids separately, te screen the recombinant vaccinia viruses FMDV-VP;
in the presence of BUDER, Ths viruses whith can multiply in 143B TK-cells
in the piesence of BUDE will be recognized as the virus with TK phenotype,
that means they contain the VP, fragment insert, And then it was reconfir-
med by hybridization with the probe, ¢®?P labelled BamH [ -Hind I fragment
of pPFMDV-1034, Finally,expression ability of two recombinant vituses V,V-
10344H and V,V-103408 were detected in 1438 TK cells by ELISA method,
the maximum P/N value 9,50 and 8,10 respectively,

Key words
FMDV OK subserotype; VP, gene; recombinint vaccinia virus
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