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H DNA SR S A M IS e ae b 2 K3 ( Potate spindle tuber vireid,
PSTVd ) 1354504, MEBENDS BT RANBRKERD AREREH G PSTVd
eDNA, BEMHPCRIEAEFT M, 7974 f tk &, BT HPCRIERMPSTVY B3
Hik, BREYH, ZVESRESR, REETE0. 15ps, LATHERWUNER, TAH

AR,
KWA: DEBHERERRE ﬁ“ﬁﬁﬁﬁiﬁ 798 gﬁ%%&%
EOHIRY .

W ompERE N ( Polymerase chain reaction, PCR )%ﬁﬂiﬂeﬁﬁﬂ EHTTFTE
WRFEORTY, BEARREEIRE., SRBFEHWINAY TR FE . PCRERE
MY RETHONREEBRRE, SHX-BARRDBERMT RHTRERBRHF LT
$1, AIPCREFRINEEFEMBAT T RW™, 19904, HadidiZF O ix—R R AH
S denndE, PIAEHE RNA MEBELER, MA—TS5ZBRERNA STL2HFHE
AT EEHPNA 5[, ARERESRERFONA, BRI RFERRMESIHRT
PCRY-i%, [ 1§ =ipiSouthern R vl i M 0.001ng BB FERPHRRE. E5H .
AR R LRPCR B M D4 F G X AR T MHMRE.

AZSCIRGET APCRIGIG D e B 2 2890 3 5.

MoE 5k

. EEH M-MulVid4t F g ( New Eogland Biolabs 7 & ), RNasin(120u/ul)
dNTPﬂITanNAﬁAEE( BT EELR )&,
=. DNASIH Bl 1 (P1 ) SPSTVd RNAK $345-359 e P a3k, WEFEFRN . 5
—AGGAACCAACTGCGGG—3', Sifm2 (P2 ) SPSTVd RNAWS 1 —15 S FEFRE, BEF
3%, 5' —CGGCAACTAAACTCGT—3', FMApplied Biosystem 3917 DNA & /U & BRX B8]
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waw PR, XN ESE R ( PCR ) 6 N D4 Mk th B2 363

( 100mmolyL Tris, 100mmol /L NaCl, ysmmolj/L HC1, i1Qmmel/L EDTA, i10mmol,/L 2-
MEZME, pH?,0), 10ml Tris-f fipy By F10m I {5, S, 150007,/m, 3 55h, B, 4T,
10000z /m, 10453, BL LW, Mm2.5 B4R IE, —20C5 /hiHPLE, &, 10000r/m, 10
fréh. F LW, FEAsooul 2mel/L LiCl #iE, 4 CcHEHE, kAHEL, 4T, 10000r/m,
1048k, B L, m1/10&Fsmel /LZER 48 { pH5, 2 ) 2. sE&EFAZE, —20C 5 /AL E,
&y, 10000r/m, 10 &3¢h, PUIEF1000] RERZKERE, FhHERAERER, —TVCRES
fﬁa

m. cDNAS B fPCRY-8

{ — JcDNAG . XM INEN. LREBEELI0]L, W0pmol FHDNASHFL, 6nl
5xc¢DNA %—ﬁ%m%mﬁﬁ( 250mmol /L Tris-HC1, pHE 3, 375m mol/L KCl, 15mmel/L
MgCl,, 50mmol/L DTT ), MEXBLTE FARESE&Ma0ul, 100C KIS 5 58k, EHHKES &
e REEZRKE LM, EEFERNASSIHPIR K, nenl KEEETFXK, plsxFE—E4
EE s, sul 0.3moel /L 2-3E 7K, 2.5ul1 10mmol/L ANTP, 0. 541 RNasin( 120u/:1) 30
2ul M-MulV FaRuEg ( 250/pl ), 42°C KERENLG B,

( Z)PCRI % : W L#ABA cDNA Spl F— 4 i ny Eppendorf #5dh, 361 RELEE T
&, 100C2 458, RHEBRELSW, REMSp] 10xPCRENSME (670mmol /L Tris-HC1
{ pH8.8), g7mmol /L MgCl,, l14pmmol /L (NH,;},50,, 10pmmol /L 2-FHHEZEF, 1.7mg/ml
BSA, g7umol/L EDTA), 1pl 10mmol/L dNTP, DNA=[§HP17IP24 40pmol, 1nl TaqDNA ¥
B (3v/ul), REEHSuEEESE S, B PCR (¥ ( ERICOMPAF] ) BT ¥, #94C 45
. SSCTIORHMIZTCR { BE—R1045% ) BB, #7400 ER,

. @AREw WMEREMNBESHS —10nl, H2 HIEEATHEEN, BEX2HhER
1 x TBESR 3% ( 89mmol /L Tris, §9mmol/L Hi#, 2, 5mmol/L EDTA, pH8 3), MkEH,
0, 5pg/ml EBZug, JEE AT FREELSR,

# R 5t g

—. PCR I 87~ W45 i

AR DNAS PR P20 E BRI FPSTYd RNALGT TR, P15
RNA ()55345—359 B E,P25RNARS 1 — 15 @ HEFRAFFIR R HXE- 5]
Ho R PSTVA cDNASEFI 8, HEEHE RIS brE 2 RFAIMdDNA, s il
RS RERYEBEBREL, £2RERE, HTPCRY Y, S2%EREARE,
BT T MELER, ERFERATENEIES359by (EFEBRKEN, XRS£K
FEFf) PSTVA dsDNA, STRHIZE BIE—8. Fo@ BR8P fn v 5 R I3
bR ESSERRER. SRLE L,

Z.» PCRESPSTVAfY R B EE W

BT HZPCR B4 @ PSTVA gy REAY, F4i{ky) PSTVA RNA B FRIEIER B,
150pg. 15pg. 1.5Pefn0.15p8, 7oik F50p) WIS ¥Rk Rk iT R Fe s, Bl5 21 R
Rk TPCR Iy, 40K 153, Biopl K2R &M, H 20 RBERi UL kol
R EM, 0.15pgPSTVd RNASE 7 HPCR iR, £ ik E LIk BT
BRI (R E 2 ). BBAERSEEARA T, PCREREFSTVAR RGEEFE 0,15P8,



http://www.cqvip.com

£ OO0 http://www.cqvip.com|

364 h B 5 =B % &

- 4

B 1. FPCRY $=eHi e HIERRER A E ST
1311, HinfIBgMEpBRI2HENDNARKE MRS 2 @BRCRFAES 3 BV EER
4 BRRVHEE 5—10. BRVBER(5—eXREH4E, T-8HEESS, 9—10 %
HFHTe076 }
Fig, 1. Electrophoretic snnlysis of the PCR-amplified PSTVd cDNA

prodacts on 28 agarcme gel
Hinfl fragments of plasmid pBR322({lenc 1 and 11), the length of
the marker frogments in nuclaotides are indicated, Trauoseript samples
of totel nueleie neids From upinfected tissue, wnamplificd ( lane 2)
and amplificd{lace 3), Transcript ssmples of tctal ancleic acids from L
infected tissue, unamplifisd(lans 4 )and amplified { lInne 5—g, Eexin

No.4; lame 7—38: Jinshn No, 8; lame $—j0, Husku No 79076},

F 1B T ARMPSTY Rk REUE. PCR Rm REELL P fRidigcDNA
B 65 15447, EEYPECIRNARS- B 10 1, 15 HiE- BB BER A kit
B, HABUERA5000M5 7. RAPCREDRPST Ve 1 b W5 RBUER,
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¥ 3 fTAES, ARaBRERRER (PCR) SIS BSENERHE 365

FLTPY TN T E
mm..f-?'-i

M . PCR ERRBPSTVaRREENE

1716, Hinfl Egs¥py pBR 32203 DNA LHfyinHER 2. 0.15p8 (kA
PSTYd RNA 9, 1.5pedlitbpgPSTVd RNA 4. 1speifi{bggPSTVd RNA
5. 150Pg&ifLagP3TVd RNA
Fig, 2, Determination of the pensitivity of PUR for deteeting PSTYA,
HiofT fragments of plaamid pBR322(lape 1 snd g), the leagth of the
marker fragments in nnclepiides are indicated, Amplified PSTV4
¢DNA products from the following initial amounte of purified P3TVd
RNA, g 16pg(lene 2). 1,5pg(lame 3), 15pg{lane 2)and 150pg{iane 5},

B1. TRAWPSTVIRNFERARELS

Table 1. Comparison of the scositivity of different methods for detecting FSTVd

e H ik REE (pE) 8 SURE

Detection methods Sensitivity (pg) Reference
PCR i 015
2PiEideDIVA
!!Pﬁ-h:ned ?b%a probe i0 (el
PRI ENA
SEPﬁEEHBd%ﬁA probe 1.4 7l
5 - P EL R R ik
Rewurp-polyaerylamide gel 800 (81

eslectrophorenis
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£F ERTR, ARTFLRPCRERRE D M BREPSTV i) T o4 3 o 2 4 7 B 4R
Al T PSTVA, R REEH MR N®RE, MEEREYEFEHTtTs TR, ER
#EE, BRARARY, WA X—BoREER T HE 2% 3 Mk il

2 ¥ X R
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Detection of Potato Spindle Tuber Viroid by
Polymerase Chain Reaction(PCR)

He Xiao-yuan Zhou Guang-he Cheng Zhuo-min
Wang Li-yang Chen Jian-bo

(Institute of Plent Protection, CTAAS,. Beijing 100024)

A new detection method has been developed by a new technique of po-
lymerase chain reaction ( PCR) , According to the sequence of PSTVd, two
primers were designed and synthesized with automated DN A synthesizer, The .
cDNA was synthesized by revcrse transcription of PSTVd RNA the ¢cDNA was ¢
then amplified by polymerase chain reaction, the amplified products were de-
tected hy gel electrophoresis, The results showed that the method was highly
specific and the sensitivity was 0,15 pg, It was more sensitive than otber
methods so far,
Key words, Potato spindle tuder viroid ( PSTVd ) Polymerase
chain reaction ( PCR ) Detection
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