0000 http://iwww.cqvip.com|

¥ 2 g 2004, 31 (4): 517 ~519
Acta Horticulturae Sinica

DHESHBENIEREANEEREEXRBEHTE
Ry R X

% B B EEW HTE EEF
(" INEREL BB AP, TR 2501005 * IFRE KRB ESEPIFAT, Hrrg 250100)

B OE: UARRENDSRERU RN SLERTE S (PVS) & RNA B4R, @it RT-PCR R
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Cloning of Potato Virus S Coat Protein Gene and Its Expression in E. coli
JM109
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Abstract: Total RNA of potate virus S ( PVS) was isolated from diseased potato leaves collected in
field, The cDNA encoding PVS coat protein (PVS-cp) was amplified by RT-PCR and cloned into the plas-
mid pGEM-T vector. The expression vector of PVS-cp gene was constructed through inserting the ¢cDNA frag-
ment into the expression plasmid pBV220. The results of SDS-PAGE and Western blot analysis showed that
the PVS-cp gene highly expressed in E. coli JM109 and the molecular size of the expression product was about
33 kD. The product was used as antigen to immunize rabbits and the specific anti-serum can be used to detect
PVS rapidly.
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Anti-serum preparation

I OHE, BRI

L44E SR#E (Potato Virus S, PVS) M1 1z, @ ol BT 10% ~20% . HAERERR, X
DA, BRTEERAHEAEY M ELISA £ 7 5:347i2W (. ELISA FEthiE, HE, HEEAR
M. AFRFAEETRERH R TRENME R 4T, SEEMMRT PVS-op R, T
TR R B R RS T T EH % .

XA ELISA FEEMRAIRKHN SREHA#TIRE X, Y, SH&EN (LR) KEHW, B
Rt S R 2 MR BLH M A 89 Peden M7 P REUR R T OBURM 100 g, W45k
U9 0.1 mol/L PBS ZEvhil, WIEEGE L (5000 g, 20 min); @ _ki&H % PEGR000 iiEHEE T
0. 05 mol/L PBS ZEspili, 1Kk E.0r £ 24T 4T 20% My AEREEAES.L> (160 000 g, 180 min), JIFEFIR
HZT 0.05 mol/L PBS il ; QFIRMER LEXFHAT 10% ~ 40% B AEXE % 1566 BF 50
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(100 000 g, 60 min), WEREWH; QEELRO, WHRFREHN, KB PVSHBAT. WE
REEZER ., SR, JEITRHRERES RNA,

% Joung HERY PVS-cp 2 HF%| (http: //www. nchi. nlm. nih. gov/entrez/viewer. u74376) witE
MIER 4 P1 M 514 P2, P1. 57 ATG CCG CCT AAA CCA GAT CCA AC3’; P2: 5° AGA TCT
GCC TTC ATT GGT TGA TCG 3’ , £ RT-PCR A &M BT EE MY . LT RCRMNL h &
B cDNA, J&EF 94°CHiAE 5 min, FH294°C 45 s, 50C 60s, 72°C 60 s, L35 MEH, PCR ™4
STk, U5 S pGEM-T 4% (Promega, USA) i, #EMAMFTH IMI09 B3
AYIH, PCR REIAE)S, BARSESRETAEYATMT . #it PC/GENE {417 [ 31
MILCES, BEYTEICTIRESE R B, MBREATCR, FAAKMHITE IM109 B2 5400, T 492C%H
Q#Rik, AT SDS-PAGE GERHIIKM Westen ENBAHT Y . REKIKEN, SRERDHEP.OH
W RE 2 I A 24T s Sse il & DL I I U H A

2 giR50M

2.1 PVS-cp BEEMREMFTISH

L PVS B\ RNA R 5 =4 AR 4T PCR ¥ 3% R118459 0.9 kb M FpEd 384, H 53U
BRI K/N—F. PCR =Y FFIMELSR (B1) R HFFIEET PVS-cp cDNA 5EE K 885 bp
SRS, 4f5 294 NEHRR ., A PC/GENE B{A#1TRIEFFI i A : Frsa &Ry PVS-cp cDNA
S5EER PSV-p HEFFIRERKE, HREEHEEBRFIIRIENHER, HE3.5%LI L, HAF
NEHKNEFEETEMTHE 16 MEF 0 MERERL, HEMEMNEARERAR. Fit, USER
P S RSN R N BRI A BE BR FT AT

ATG CCG CCT AAA CCA GAT CCA ACT AGC TCA GGA GAG ACA CCA CAA GCT ATA CCA CTT GCG
M P P K P D P T S § 66 E T P Q A I P L A
CCG CCA CCC CGG AAC GTA GAG GAG CAT AAA GTT GGC CCA AGT CAA GGG CAC GGG CAG AAT
p p P R N V E E H K V 6 P § Q G H E Q N
GAG GAG GCT ATG CTG GAG CAG AGG CTC ATC AGA TTG ATT GAA CTC ATG GCC TCG AAA AGG
E E A M L E Q R L I R L I E L M A § K R
CAC AAT TCA ACA TTG AGC AAC ATC TCT TTT GAG ATA GGT CGG CCC TCG CTT GAG CCG ACC
H N A T L § N T § F E I 6 R P § L E P T
CCT GAA ATG CGT AGG AAT CCA GAG AAC CCA TAC TCG CGG TTT TCA ATC GAT GAG CTG TTC
P E M R R N P E N P Y § R F S I D E L F
AAG ATG GAA ATC CGA TCT GTG TCC AAC AAC ATG GCG AAC ACC GAG CAA ATG GCA CAA ATC
K M E I R § v § N N M A N T E Q M A Q I !
ACT GCT GAC ATC GCT GGA CTC GGG GTC CCC ACT GAA CAC GTT GCA GGG GTT ATA CTG AAA :
T A D I A 6 L G V P T E H V A G V I L K
GTG GTG ATT ATG TGT GCA AGC GTG AGT AGC TCT GTT TAT CTG GAC CCG GCA GGG ACT GTG
v v I M ¢ A S Vv § § S vV Yy L D P A G T V
GAG TTC CCA ACA GGC GCA GTG CCC TTG GAC TCG ATC ATT GCA ATC ATG AAG AAT CGC GCG
E F P T G A Vv P L D S I I A I M K N R A
GGA TTG AGA AAA GTG TGC AGG CTA TAC GCT CCA GTC GTG TGG AAT TAC ATG CTA GTC CAG
6 L R K v ¢C R L Y A P V V W N Y M L V Q@
AAT AGG CCA CCT TCG GAT TGG CAG GCC ATG GGA TTT CAA TGG AAT GCA CGC TTC GCC GCA
N R P P S D W Q A M G F Q W N A R F A A
TTT GAC ACA TTC GAT TAT GTG ACT AAT GGG GCT GCA GTT CAG CCC GTA GAG GGG CTC ATA
F~ D T F D Y VvV T N G A A V Q P V E 6 L I
CGC AGG CCC ACA CCT GAG GAA ACA ATA GCT CAC AAT GCC CAC AAG AGT ATG GCA ATC GAC
R R P T P E E T I A H N A H K S M A I D
AAA TCG AAC AGA AAT GAG CGA TTG GCT AAC ACT AAT GTT GAG TAC ACT GGG GGG ATG CTT
K S N R N E R L A N T N V E Y T 6 G M L
GGC GCT GAT ATT GTG CGC AAT CAC CGT AAT GCG ATC AAC CAA TGA

6 A DI vV R NH R N A I N @

M1 PVS-cp cDNA FIIRESHERBET
Fig. 1 Nucleotide sequence and deduced amino acid sequence of PVS-cp ¢cDNA
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2.2 PVS-cp EERIFTIER Western blot £l

il PVS-cp BRAE A Wb E i Feik, AP0 % SD IFF) 5 ATG Z R BEE AT 1 1& 2
(8 A~bp), #d 7iZRE N B R k8K pBV-pvs, FIL KIFFE IM109 BEER4IMR, JfT 42 CHk
Sk, RN, rRREOEME P LG S R, w4800 40 & ) B % . SDS-PAGE
LK AT Western blot M=) (B2, [83) : PVS-op BEETEKBHFFE IMI09 rhral 45 f e ik 33
kD A, HADSORIGER —3G rRisERTY D8 E SHEMMeEH, HIZEHREAR
BFRIBLIRTE

B2 PVS-cp EEGEXBHWFEDHEX
M. EEAF e 1 RS pBV-prs; 2. 54 h i pBV-pys
Fig. 2 Expression of PVS-cp gene in E. coli IM109

B3 PVS-cp AR Western blot 447
1-3. HiES4 by pBV-pe 93 W EHE
Fig. 3 Western blot analysis of PVS-cp gene

1 =3, Showed three repeats of induged pBY-pvs for 4 b
2. Induced pBV-pws for 4 h ‘

2.3 PVS HME R T E Bt A A i

NCM-ELISA s fS-FLILH AU 1: 1024, FJZBUI0LH R B DAS-ELISA Ji#% K Western blot 1]
ARHHEST PVS 4030 (EIRg) . 5 E B 4 #dhuls (International Potato Center, CIP) FYHi il i &t
B, 3 T o Rk 5 (R B RO A B e — B, 150 ) F R IR TR 40 o6 8 028 T T A 2 T 47114
[RIEIZ T sl 1 R R LA SR AR s b 7 R R S P s . HE M E RS SR, R 7
HAFE SR A ER , PRRE s R 74 F 45 S W d 0 i b, L3R A5 2 08 0 41 4 4 5 1 RS
2, I HZIEIT R TREE b T fE IR T R RAT . BN T S0 T Ui i i %

M. protein marker; 1. Non-indueed pBY-pys;
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