65

REFHFTER No.49 : 65~76 (2014)

WKW VP B VP2 S Z KB 57 B

RS CPREE - TR 2R TE - THH - xR H

THEREEZBCREHARRT

BE ARXBRARBAKERARKERFLEEEG XTI R RAREHAE Y
TAMEAROIBE > WRARF AL EMA KRG IEEA Indirect ELISA 7
FBAE SVD fiFiuid o A RT-PCR 7 X318 SVDV = VP1 A VP2 &k &K >

# RT-PCR E4#7¥A TA (TA cloning) #7 # R 7EN TOPO #H5% » E£ AT/ 7 X
FEILF 7] o #% VP1 A VP2 AZ 84 K B 5 5188 7 A pET28 ~ pET32 » SUMO ~ pCold
SRR RARE Y > BEFHERDBE S 78T E BL21 (DE3) Mk > VA
BERERRFILET (IPTG) FEREAAEKATARGZIARENL  ERET

pCold HAF XA FHF A TRERGEFOTZME LR iAzTakg
BB OA R I Sk AR Y IR BE 5 A o ALK G 48 4414 YA Western blot 82X #8 = T #%
3 SVD s 0 VPl 2K GRS VP2 &G MR BZIKREME
4% & VAT R BB His-tag 84 & & H hib R B g2 ah it 7 X b sh b g £
FOZME o ERBET O AR AT IFZIAE RS o F4hibz VP1 T4
FEE A 25 (L g/ml B BN 96 LA E A% 0 VA Indirect ELISA 7 R B3 2 fxik 4%
HREZ G 0 TIFR M AR - RIFANRRK 6 LTl P it 1B
SVD 4% fn i > & R #7 OD {A ¥ P Fndnfl 718 2 B A8 B o RIKJE A EAR e i
SVD {2l > T & R B IS M e 7 0 =ARRH RS

BiEs - KR  REBRESIERIE « BFEGERRINE « HEMEPFITE -

ng

3&7Kfa5% (Swine Vesicular Disease ; SVD) &

RKAREENELRBERE - EERBEATASH
RPN IRKER R E R TS BB B MBS BB IR IR

BA%5&7KBRKS (Swine Vesicular Disease virus ;
SVDV) SIEERVREBR MRS AR - HNEHERE
BIRKRRE R ERO S F0F60 2R/ Bt SVD
A S| #2a0ER ARME L O R KR O R BAEEL -
BRIRSMNER 2 DU B - BEPR SVD A BiERFEEH DR
2 BRE FMD ZERRINBESZIEE @ BRI :R
DRI (OE) BREAVEBRIER @ BUM
BEENBERRESREESZH O NRIZEH AR
[9,11] - RFRRBIR 1966 FEHNBEREKAF
1971 58 WRIBEEENZESERRTMNILE
ZBABE RS Bl REMAEESFRE -

BUHERIERREE SVD BIERIEZLLIETN@ OlE
RBABIZRES[2,10]
SVD MREE AR RS P SRE BS B
(Coxsackie virus B5 group ) fBLI4IBS & IRARE
BRI EHLIER[4]- SRS RER I SVDV
AEDEEREZNREEEMEIER ) - B —IREBR
SVDV RE—EMBE(8] - AMFEHSERNBERER
X I ERSEEED VP11 ERAEFS DTS
R T§ SVDV B AUEBERE - MAEEREE2E
RENNRERSNEBMESR10] - 1R O BEE
EMRERHEAE - MERIZZEARNEES

*HRENAREVFE
THREEES S REH BT
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% MEEHARNEZT A 1] - FIF ELISA 53&
EBRISVOMEEBZRHS[1,3,5,7] BAERISVD
NBREAEOSBER  RIYEEBRE2I - AR
BREMERAEES LIRRERE - S5SNI ERAA
LR BNERFESEEA LR SVD ER
ELISA &RIT5E °

MRRGE
TRSRERE

RKBRRSZEEFEIIDH © B NCBI fBisEHA
EE(GenBank ) R&BRE SVD fwE2Z VP1 K VP2 #E
BEOEFS - YEFBAR SVD wmEZ VP1 K
VP2 #5#E B8 ¢ Ll DNAstar (Madison, Wisconsin,
USA) EREBLEE DT 20 MEIRIMRSHREEF =
2 ERRETRESHEBMESIFZEBRSHF
5l o
5| %85t RT-PCR 181§ VP1 K VP2 ER

¥ VP11 R VP2 EEEOERRMSRMS
3 WHRSIF 5 iwI0A BamHl & Hind Il BREIEELD
i » AB—4E8 (One-step) RT-PCR A2 BIEHE
VP1 & VP2 2RER & Wi 2% FEBEITE XD
i e
VP1 & VP2 BRI Fi%EE

18 VP1 R VP2 BEREZ RT-PCR EMIE 2% i#
EBEXER UV BTIUDREREES 8T
Z[BE8ELL Qagen BEEM{CEMETMIL @ MLz
RT-PCR E#MHFRBEEM (TOPO TA Cloning
Kit) # VP1 & VP2 EREEER YTRA #HE
(Vector) » A Colony PCR /A TNERREZ M RIEE @ 15
1452IEVR L DNA MBS TE R 5 T\ ISR L [ 51 LE T

AEFRRERR (Plasmid) 1B

HEEE YTRABRZEZR VP1 R VP2 2RALL
PR&EES BamHl & Hind Il t) RE& D BI RN RESE
PET28 \pET32 » SUMO ~ pCold & 4 @XRIFHE -
F—TEEEEEL Colony PCR AR ERE 14 5EiE1k -
BRIHEIERRL DNA EF 5 TSR ESF 5 - 1855
FIRIRESEESCENZ (Transformation) & DHS a BT

TR TEEREREMIL - Bifte 4 BHHEERD
BERARKREBUEBEBEEXBITE BL-21
(DE3) MRIREMED -

SHEOZRRRAEL

=8 VP11 R VP2 RERZ pET28 ~ pET32 ~
SUMO ~ pCold £XRIRBEEER.E BL-21 (DE3)
¥ BOBIBERSSE ampiciin 4R LB 12&
B R I7CEEBHEPERIZEESE ODsco BTR
0506 2B - MAEREMKRF*IARE

(isopropyl-b-D-galactopyranoside ; IPTG) A& 4
NG - IBEEREEOTNRMER - 80C XfEMRR -
1E&ER (pellet) FEKFEENEI0A 500 u | HEEEEEIR
phosphate buffer saline (PBS ) B3RS XM
MTERE (sonicator) iR 4 CNIEE @ B3&EY (lysate)
TeB0VREE EERREIUERY) (ppt) - IAHERE
AR N-NTA REB{CEERRBED FER (gel
fitration) MKEERMFSE > 1§ VP1 & VP2 EHERD
LR - MEBEB Sk (SDS-PAGE assay) il
AESAYBUERED -

S/HEN SDS-PAGE RETISE=RENED T
3% (Western blot assay )

BRIk VP1 R VP2 EBER 12%
SDS-PAGE * [ Bio-Rad EEEXRIREXERBIAL A
Coomassie blue % & 3§ & £0 2| 55 £ & # R

(Nitrocellulose filter membrane ) #—% /785 22
EEE - iSHE{CEERASE 1% Casein AUARLESHE
PR( Phosphate Buffered Saline Tween 20;PBST )
FEET 1 /\iF4& - BB PBST & 3 R-FlA anti-His-Tag
ERMBEE—RING (1,000x &) RE 1 /)
B - A PBST & 3 X - BAE®B Horseradish
peroxidase (HRP-19G) W M EMEEERZRNE

(2,500x %) RIE 1 /N\F ' ZHRETEREIN
Tetramethylbenzidine (TMB) 2& -

BHEORNRMED N

MTME SVDV BHREHIER SVD kRH5Mm
& DRI BREEDATE 2175 SVDV VP
R VP2 SHEEBZNRIEL -
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OaMSHEONESELZRR

HEHBZRAS PET28 ~ pET32 » SUMO ~ pCold FUf&E
HEZKRIFERBEEABIEE BL-21 (DE3) #i&
ETEHEEERRKRIER - FATEFSGRTERRERE
REUAMSBHEORES -

Indirect ELISA hgg&alo sk

b2 VP1 & VP2 EMHEBR 2.5ug/ml &
EBiRBRELISA MR I 1% casein 1T blocking
—/IN\EF - ERERASHRMEBIER— )\ - PBST &
TN —RINEEIEEIEIRSC HRP Z g
IR 37 CRAE 30 P& - LA PBS T Bk =R&RBEMN
[REE - REBINAZEH - & 20 DEHELL ODsos K
RER OD & -
SVD [ PEFEMm AR

NESNE SVO BURIMBEET 2 ZEER
% - DA Indirect ELISA ATURIGHARI4RSY - SiGH™E
WEREINEOEEREZMBERDET Indrect
ELISA JRIEHE

BB S DT A5 | 5855t
1EUNEE 2 20 K SVD RSB R IIEEN VP11 &
VP2 2R BIETRELFIIDHT - FEREE SVOV B
IR (SVD-TW-99) AAIRZIZHIHE - $H¥ VP
& VP2 EREERETI1%E 25|31 0 AR &l Bg t) i
BamHI & Hindlll » B0 :
1.SVD-VP1-BamHI-F
5’-GGATCCGGACCCCCAGGGGGAG-3’
2.8VD-VP1-Hind IlI-R
5-AAGCTTGGTGGTCCTCATGGTTGTTAT-3’
3.8VD-VP2-BamHI-F
5’-GGATCCTCCCCATCAGCAGAGGAGTG-3’
4.5VD-VP2-Hind Il -F
5-AAGCTTTTGTTTGCCGGCTAGACGC-3’

REBFBESHEHERE (RT-PCR) 121§ VP1
Kk VP2 ERE
HERKERSEE VP1 & VP2 R\t 25]

F DA SVDV EEERET RT-PCR 1215 M A 2% 3%
EBETEXDT - BEEYMRE VP1 ERA 858
bp VP2 ERA 759 bp (B 1) -

VP1 & VP2 BRAEENE
18 RT-PCR E¥) A T-Acloning ATH:E5E A TOPO

g BHEEBERBERKEBEEA - & Colony

PCR S IMENERS © IREFRERESTTTR VP11 &
VP2 MitEEEss -
VP1 & VP2 BEREIEE pET RIS

M BamHI R Hind Il FRHIEES UG VP1 K VP2
EREB TOPO ##et) NMaREE pET RITHEE -
T #EHZE DHS a BMEHARE - A colony PCR 75 A6m:#E
eEEER) (B2) -

PET RIFEBREBERFES

SIENERC pET28a RITEBEBEHN BL-21
KIRBEE & 1mM PTG FFEBRIR VP1 R VP2 &
HED KEEE LERKIRD I SDS-PAGE i3
B# L Coomassie blue R - FEREE PET28a K

IRBEIERIIY VP1 & VP2 SHEOBEMAEE

Bi%88 (inclusion bodies) » BAR pET28a HEARS
BIEZEB (fusion protein) » ERIRHPIEHEEDD
£#J 32 kDa (VP1) R 29 kDa (VP2) - EaFaHA
B (B 3) -
VP1 & VP2 BRZE)EE pET32a FRIZERS
SRR

48 VP11 & VP2 ERIGEEZE pET32a RIRE
8 1% PTG FEXRIBLEHEEUBERIKE * 8
SDS-PAGE BRI E - BRI PET32a a%iﬁé
BRERC VP11 & VP2 SHEQSEARRIBHER
g8 - BIX pET32a HHEMESEEOZIFER 18
kDa - HILL#EEE VP1 & VP2 EREBDFE23A
50 kDa & 47 kDa E2FEHAIET (B 4) -
VP1 & VP2 BEEAZRENEZ pCold &z SUMO 3%
RERNFERER

8 VP11 R VP2 ERDBITEEE

pCold &
SUMO % 2 f@&ife ’ IisFERIEMED  FKLIFER
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P\ SDS-PAGE BB RRE - iR SUMO BiER
R VP1 R VP2 EEBERANBEIEIRE ' R
B pCold BiERIRE2 VP1 KR VP2 EiEa/TBE M4
EB (B 5) - B pCod BREaHEmMaEaD
F&% 48 kDa » FILEE VP11 &k VP2 EHEBSD
38278k 80 kDa K 77 kDa - SUMO BEEA 5%
BREEADFEAR 12 kDa RLLEE VP1 K& VP2
SHEODFED IR 44 kDa K 41 kDa E2FERAME
F (B 5) ' LL# pCold Bz SUMO miEEEas¥1n VP1
& VP2 EHEDQESFE ' Ml pCod BERESR
j( °
VP1 SHHEBZ AL

PA pCold BRERIR Azt VP11 SHEED -
BUBERERARER - M NINTA EREA{tER
£ B 100-250 mM REiRE 2 imidazole i
A DEUWERM SDS-PAGE RARE @ {ERER
Ni-NTA BB SHEDR 80 kDa FEIFH
(Major band) BHIRSEHE (B 6) -
) Bio-GelP100 [Bg&a58F ( Gel filtration)
#41k pCold-VP1 EHEH

PCold BEEXRIRTB4E VP1 EHES  E8EU
BT REBEARER - 5L NIF-NTA SiEfi{t - B
IKEEBITR#: (BioLogic LP System) E2& Bio-Gel
P100 B2 3E&F (Gel fitration) fi{t pCold-VP1
E4EEDQ © #£ Fraction collector DB UNERELT
SDS-PAGE &k iERENEHEOZ2IRENSIRS(
7) e
RAKHGEBREXREI GBS

EREMBTRERARERN OEREENER
1R ERAZ B EE ( Polyacrylamide gels )&k # » LA VisPRO
5 minutes Protein Stain Kit #& SDS-PAGE #1T8 %
2 (Negative staining) * MDA REXEEZ
pCold-VP1 EHEED - i$t) N BN ABREEXE
(Model 422 Electro-Eluter, Bio-Rad) @ LI\BESE
 (ERIREERMH 8-10 mMARIER) » BN 3-5
NG - AVSOWBERE © {ERIBE NOBKREeE
& SRR CIRZE IR OE (K 400 ul) -
TS EIURETT SDS-PAGE &k @ iEREBEIR AR AR

LEOZRERS @ TE2EFLEIRE 80 kDak ' H
ftTFERER (B 8) -

BEg4ti{k 2 VP1 ERERESTT Western blot
paii]

Beeftite VP1 EHREGQL SVDV BESK
FEBLA 100X #HEEEHEST Western Blot 28 - &
FETBRNLZRCNRRE - TREEEEED
ZINEM - 1SBEfL2 VP1 EHEBL SVD B
FEMBEETT Western blot 5058 @ Bal{L#& 2 VP1
SHRESTREE (B9) -

BL SVD [ZH IS EEMmELLSR VPL K VP2
SHESHRM

i&&/{82 SVD R3S EER N a5 Bl
%72 (Coating) VP1 K VP2 EHEECQZINEREU
Indirect ELISA JERIEENRE @ SRR - @—M
BRI VP1 2 OD KR VP2 - REFELB NS
EHRE B SDS-PAGE & Wester blot 5ZA&TR - B8
TUABRIEARAEZRERS - &tz VP1
SHEAM 2.5 wo/mREIRER ELISA FRE -
LA Indirect ELISA 75 T0RIEH EEHFE 2 SVD BI158 100
B OSERMER (B 10) -

BA Indirect ELISA 3E8I5H SVD 2ZM&

&R Indirect ELISA JERIF 2 < FMD 1458101
B2 X SVD ZMEEME « 1 & SPF RBIMER 6 X
BISMEDOZ SVD &M% (RS1 E RS6 PHIMEESD
Boh1A/ 0.78-255-1.53+1.6:2.04-1.95)
1ERAET 6 X SVD2EMiEZ OD EEPIMNENE
ZIRIFER (B 11) -

EOEEMBERGAE SVD kg

272 EEDRERERMBRRDI 25 Bk
#3E1T Indirect ELISA SERIEK SVD 1188 © {ERET
HARAIERERS © KSRGS M
5 * OD {& 0.8 INHAIERFEMN - OD 1§ 0.8 DL EH
EREE (B12) -

I
SVD fRE|AHNEREB VP1 VP2 \VP3 K VP4 &
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4 {BHNEE QS (Capsid protein ) FIFERY, - Edb L VP
EORRMSE - B8R VP11 SOREEZRIBHR
B AIRARERIRRR VP11 EHEETEAS
SHE0BTRERBATNERY - ERAHR ELISA 55
XEREOERTBUEORERECIERNE - At
SHEOCRRENTZIUEAREZE - HERIRE
BEZNANESECURSEEECNBRE F M5
EOp/FEMA - HEEHEELBBNBRLS - &
BERRIS pET28 * pET32 » SUMO ~ pCold ZARER
REBEUSKABMEEEOER @ BERET ' U
pCold EggxkIR VP1 TIRKBMEMEER (B S) -
pCold HERIREMECEHIR 48 kDa K/)\GVRE
E0 - AMRESEHEEZEEMKBYE - LR pCold &
SUMO FiigEaesin VP1 & VP2 SHE0ESY
2 B pCold BRELNENEOEMERS (B
5) - R SVD #518EB VP1 2XBNER > VP2 2
REBHER[10] » Indirect ELISA #SR88R VP1 2 0D
BESR VP2 » RiR VP1 HMIERMERS -

SHESM LR FERFREELSATEES
B MESSCSHEOUEREERCESE  F&
ERHIBA AN IERSHEZERD (B 8)
IX Western Blot R &ERISTNERNE @ BRET DB
RS EEPRN - VP1 SHECEBM SVD M

BERBRE (B 9) - &tz VP1 EHEBM
2.5 uo/miEERAER ELISA 8 » DL Indirect ELISA
BV EBERIEC SVD BRI45EI1E - TS 2RIt
R(B 10) -B—IMERE VP1 2 OD EARR VP2
R VP MFRMEKRR VP2 - X5 EBERRRIS 6 2
SVD £3&MJE * OD EEPFMENEZIEEED - &
BIEFXARINE SVO MEEhlE r 2RESRE®RS &
K ELISA BB RE @ IR AEMRNERRHRF
B ELISA HRFEERE -

SVD MBS eSS E BT PHIRVESVD
neEERMRE - BEIXEIAmKRER @ FSEES
BR%E  INERRSE - LIRS T8 A8 — K& (Singleton
Reactor ; SR) [6] - BRIt IREBEMMEREDOENM
BT IESER SV MEERFEEEI SR 56
IR - Sl SR RIEMNRRGARERE * TeeERRZM
BPSESNENIFFRENES - 552 oM BIEHE
ERBERE - IMEYREEEREMEREL SVDV 185
MERRESNL (epitopes) BIRFZATEZSR - BATRERE
Coxsackie BS RS REASIEEAIMEER X R IE - EHHE
BERE ELISA BB RE  /ITREIHFE
4 RAE - 125 ELISA 5B E—1% - At ASEERA
B AR RESEHEEOZME - K ELISA &
MERE-

M VP1 VP2

858 bp

759 bp

1 SHERKBEREER WP R VP2 BERERETZ5IF DL SVDV S HRHEIT RT-PCR 1815 -
132 RT-PCR EE¥DRIE VP1 /3 858 bp » VP2 7% 759 bp » M:100 bp DNA BEBURESE -
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VP1-pET28a

VP2-pET28a

Colonyi 23 4 5 6 789 10M1 2 345 6 7 89 10

2~ B colony PCR 75 AEmEIETE VWP1 (32 1-101T7) K VP2 (B3 1-10 1T ) ZEERI)

M:100 bp DNA ¥pEURREE - -

M12 3
’_—»-; ——
75kDa e
63x0a 48 BB
48kDa o
35kDa "=
32kDa--"""'. .
25kDa 4
ea
G—

17 kDa .
—

11kDa

3\ pET28a EBEeiEZE BL-21 RIRBE » LU IPTG AERIR VP & VP2 ESREOKIRER
Mg 18 BRI D BILL SDS-PAGE i2B#% L Coomassie blue iER -

1. SVD-VP1-pET28a ZATLEILil)
2. SVD-VP1-pET28a a3 LA -

3. SVD-VP2-pET28a ZATIiA/LEYD o
4. SVD-VP2-pET28a ZBIALEMR -
5.pET28a vector only EZREXEBMACR
6.pET28a vector only ESRE¥IERFA 2T
M. Blue RAY EBEDFSIE5t °

=]
=
[=)

BN
LB -



BKERRE VP1 B VP2 EE 2RI R

M 1 2 3 4 5 6

75 kDa

63 kDa
48 kDa

35 kDa

25 kDa
17 kDa

11kDa

B 4 + pET32a RIRBEBEAN BL-21 KRIRB I @ #& IPTG SFEKRIR VP1 & VP2 E|HEED » &
IRERE0\R1IG B BRI D BILA SDS-PAGE BB R EMER -
1.PET32a vector only EEES¥i0RHE 2RISR
2.PET32a vector only E5Ee¥iBBME OB EBER
3.SVD-VP1-PET32a ZATIARYD -
4.SVD-VP1-PET32a 2 ai8 L& -
5. SVD-VP2-PET32a ZATGIARYD -
6. SVD-VP2-PET32a 2 aJi8 L& -
M. Blue RAY ZEBE D F=IE50

1 2 3 4 B 7

Zg g: <80 kDa
48 kDa

- - <« 44kDa
35kDa
25 kDa

17 kDa

11kDa . ‘ | = .

5 1% VP1 K2 VP2 BRI BIZGEIEZ pCold B2 SUMO E588 © WASRIREMED @ ICHE
B#t0\% L SDS-PAGE IBB R -
1.SVD-VP1-pCold ZARTIE U
2.SVD-VP1-pCold BB AR -
3.SVD-VP2-pCold ZARTE LD -
4. SVD-VP2-pCold ZEIBLBER °
5. SVD-VP1-SUMO 2 RBLES LR
6. SVD-VP1-SUM0 Zali5 iR °
7.SVD-VP2-SUMO 2 RELE IR
8. SVD-VP2-SUM0 2 8Ji5 £iER -

M. Blue RAY ZEHEDF2IEH

71
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1 2 3 4 5 6 7T M

B . - 75k
\ f - - ”
i -
e 25 kD3

6 pCold EBEERIRZTiAM VP1 EHED » PANI-NTA EFEFLEFRZED © LA 100-250 mM
REIREZ imidazole ikl DEUNEE# R SDS-PAGE B °
1. IR -
2. 3B5B Ni-NTA BHEZ RS -
3.PBS &k
4. 1 100mM imidazole &S 1 RS o
5. L 100mM imidazole &5%EER 2 RS|7HHD -
6. X 150mM imidazole S&3%&EE 3 NS4
7. 250mM imidazole S&%EEE 4 RS
M. Blue RAY ZEHEDFSIE

45-90 um wet bead size,
\ 5000-100000 MW
\ fractionation range.

\

/ 1 Fraction 4

Fraction5
Fraction 6
Fraction 7
Fraction 8
Fraction 9
Fraction 10
Fraction 11
Fraction 12
BlugRAY

2
’
TORNG U EWN

=

7~pCold BEEXRIEZOAM VP B|HRED © DUKEEREBITA#R (BioLogic LP System) &2
& Bio-Gel P100 BEEHFEF (Gel filtration) fi{t pCold-VP1 EHEEH -
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2 3 4 5 6 M

80 kDa— - <+—— 77 kDa
' ' — W 75kDa

. 63kDa

© 48kDa
w 35kDa

© W 25kDa
w17 kDa

8\ BARGEIZBEEE KR IBEM{L VP E|HEEQ -
1.Vp1-pCold 2EBLERY -
2.Vp1-pCold BESHEAL -
3.Vp2-pCo|d Z=ESLEEY) -
4.Vp2-pCold BE&M1L -
5.pCold vector only &SR -
6.pCold vector only FBEEHE{L -
M. Blue RAY ZERE D FER5H °

M1 2 3 4 5 6

180KkDa gy
135KDa s

100KDa s

80 kDa ;o p. |

<« 77 kDa
63 kDa

48 kDa

35kDa
25 kDa

17 kDa

9 BEEft{t VP1 EHEEE Western blot 247 »
M. BlueRAYproteinmarker
1.VP1-pCo | d ZEZLREY) -
2.VP1-pCold fBE8fB1L -
3.VP2-pCo|d ZEBLEEY) -
4,\VP2-pCold fBESib1L -
5.pCold vector only 2SR -
6.pCold vector only [BESM(L -
M. Blue RAY ZEEHEB D FE2F50 °
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SVD Btiiis 2 2 EmE

25 4

2 -l—-o—‘\\
0D405 N \\

. N\
ST

n28888888¢§¢8 g g
RS E

10~ DL VP EBHEE K 96 ILMER - M Indirect ELISA KRR 2 fZEERELSH
{& SVD BZIE5 IS

12800
Blank

31200
10240

0D405
o

N ELISA titer
B VT titer

Cut off value 08 —

0
ST EILET IS
SVD 2F M

11~ BL Indirect ELISA ERIEH SVD 2ZMiE (RS1 & RS6 ilMgENED A& 0.78,
2.551.53+1.6~2.04+1.95) «
RS1 : BEMHIBIMIE ; RS2 : R HIBMIE 5 RS3 : F5ERIEIMNIE ; RS4 : FHEZIEMIE S
RS5 : FEERRWHIZ ISR INE; RS6: FEERRAEAZTBRIEMS -
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oD 405

tl!!

A A A S AL A

SW2-31

i

SW2-2 =
SW2.53 |
SW2-64 ==

|=—=—— -
| o s ———)

e e L

h[__

T

—_—

lu

SW3-26

SWB-#
SW3-15 ==
SW3-37
SW3-48
SW3-39
SWE-?U
SW3-8l1
SW302

SW3-101

12~ 272 FEDWMAFEEREZ MBERKGM Indirect ELISA ERIF SVD MEEHER -
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Expression and analysis of recombinant VP1 and VP2 capsid protein
of swine vesicular disease virus

CH Pan®, TH Chen, MK Wang, LC Hung, C Wang, WL Yu, TS Huang

Animal Health Research Institute, Council of Agriculture, Executive Yuan

Abstrate The purpose of this study was to express the structure proteins of SVDV and to
compare different expression vectors for the production of soluble prokaryotic recombinant proteins.
Different purification systems were used to purify the recombinant proteins and indirect ELISA was
used to test SVD positive pig sera. Full length of VP1 and VP2 genes of SVDV were amplified by
RT-PCR. The RT-PCR amplicons were cloned into a TOPO vector using TA cloning Kit; correct
clones were confirmed by sequencing. The target genes were subcloned into the pET28, pET32,
SUMO and pCold expression vectors. The expression plasmids were transformed into host cell of
BL-21 (DE3), then IPTG was used to induce the expression of cloned genes. The solubility of
recombinant proteins was tested after induction. Results showed that only pCold vector expressed a
soluble protein. His tag protein purification and gel extraction by slicing were used to compare the
purity of recombinant proteins. Results demonstrated that gel slicing could obtain a high purity
recombinant protein. The ELISA plates were coated with purified recombinant VVP1 protein and
indirect ELISA method was used to test serial dilutions of pig sera which were obtained from the
experimental SVDV infected pigs. Results revealed that linear curve could be observed in the
indirect ELISA assay. A panel of standardized SVD reference pig sera was also tested by indirect
ELISA. Results showed that high positive correlation was observed between ELISA test and virus
neutralization test (VNT).

Keywords: swine vesicular disease (SVD), reverse transcription polymerase chain reaction
(RT-PCR), enzyme-linked immunosorbent assay (ELISA), virus neutralization test (VNT).
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