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REFEMFEEZ U, ARE VIR . FRUEROEN T AT EENEFEYL.

BERITATHARNRFENAN TECRXR EEATEHEDFENEE.
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L4 WEHE R PLRY (936 WHH L S EE N TBRG,
: RBHE

2.1 WEHOHARILRNA (SI8H ¥ PLRV MBEM P REO ST ¥ XIEA " ARl B R
B, — 200 WIEHRE. WEORASELTUEHLES L™, WE —RNA £ SDS-BLRI7.,

2.2 FHNSEGHOEE LR ZEAS L BETEMES A 2ml B M (S 50mmol /L Tris-HCl

pH7. 5,5mmol /L. EDTA , 100mmeal,/L NaCt}, i A 0. 1g SDS, 0. Iml FEZBEE Iml TE R . EEWHE. Bl A '
Iml ARFAM A 2m) 67, MIEHIRE . 4 i R IR . Ak 2.8 e ZEuh IO Iml $RETHE (20
SSCHIPRE 1 : | BAW.FIE MAKEAR. . FHO : DE-SH 2ml BEHE | 8. A 4CkE T
LB FR EM. BT AR LR 22 I0A 2ol R MK (S0mmol /L PB™ pH7. 5)  FFRE /S BL.GCER H
AR, A 4B 1 20 ho A 2mi IS EUR MY (50mmol/L. Tris-HCI pHY. Svmol /L i »Smmol /L
EDTA,1%TritonX-100) . BF & /5 . M OB E WS R, Ak 5.1 b 20, fOA Iml SREUVRINFR (20 SSC. PR 1 »
| BAHOTEG  &UR Ll AR,

et R W& A HEE 100 &, A O 2ml BB (50mmol/L Tris-HCL pH?. %, Smmal /L EDTA ,
1 00mmeol/L NaC1),0. Mg SDS, 0. 01ml Hi2 7 B ¢ 1ml TE BLf0 % , BFRESS . A IMA. 0. Imi TE 481585 A& 0. 2ml
SN GRLE 1 S ECE B SR P RESEFRES A EE.

2.3 pLCP2 #1pLR6 FURIS TR M pLCP2 1 pLR6 FRLAYFHAFTET TMI03, 5 BB T 20ml LB 1595
WOF Amp Shug/mft 37°C ISt g, WMo RKE LB RS A —RYSIL BRI,

2.4 NC BM4EFE R AHE F5EM NC 8L EATCE A B 10 280 B S 20 ¥ SSC(3mol/L NaC1.0. 3
mol/L NesCitrate « 2H,O.pH7. 0257135338 10 438, Fila 20 SSC 38 10 408 L NC BEFiea b, BT 2
LA 6OCE B hEE, BEoFRREETTEEEDER.

HE FF AL SR I A TP RE CBERRBE 790 R &, 55°C (L 15 20, DT UREL B AL FRAT 00 NC R 2618 b B BN
£ 5wl BT RS T B0CHEIHME 2 /hed R RR A, 0 S el RRCRE, RATHF 4 (ki PLRV-RNA Ridf—
EVIFE S ), GEELUSHE SW. X 25ng— 1 0pg RNA, IR EGH i — B TR (S ¥ ), BT DNA E# 10 5
S REE,

2.5 [o-"PJdATP #iiT cDNA Hi4F R ITRB O FREEARTIREN, B 0. 20 f57F DE-81 W4, L e M|
PRCE STTETG . BRE R B A 10°CPM/my,

26 W MHEMALHBES HRMFRATNCE,T 6>sSC 1B, BN ARES D, mMATRRE
(509 £ F PR .6 > SSC pH7. O, 5> Denhardt’s, 0. Smg/ml 54k i $ DNA, 25mmol /L Na,PO, pHE. 5). F
2TKBE TR 4 M, REHFERMAPER MAZTHASY LB F P BN, 6> SSC pH7. 0,1 ¥ Denbardt’s,
20mmol /L NayPO, pHE. 5,0. 2mg/ml 4k i DNA, SY BB HR 8 , 10°CPM/ml HrEHEM=P-cDNA #6410, F
42CAE D, BLRY 24 /N, SER 6> SSC/0. 1 %SDS JR, Ml FrEME3 I, 81k 10 34 . RE R 2> 55c/0.1Y
SDS, EH FHM 3 .G 10 6. A 1>5SC/0. 114508, T 50C F#E 3 1K EIK 10 4050, FBRR T ‘
MBSO NCIE BEXENEAP B X N EER L. 0 HER, -0 C KB B N ES 24 F,

# R

1 B RBELGHME

RI®P $RiC Y pLCP2 f5 ¢ fl pLR6 # £l 42 B 5 PLRV-RNAPLRV S K ik 1 M &Y
MG PLRV (9 ZErH B BGR A TR AR, TR RE W FAH LRSS R 4 pLeP2 222
ZRALT pLR6, B pLCP2 #5847 W i PLRV-RNA 2 & & 2% 10ps.. iff 25 P RS 2L B PLRV-
RNA, R & 800pg Jro 88 i, 2R LAY PLRY BOR 2 IR Y L2 4098 af e ik
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REVIEE®. YPIRVEESEN g NI ®E N, PLRVBEEH I RETE LN ESH
BICEE 1 75( A 1), # 4l pLR6 5 PLRV RNA.PLRV R &% {¥ 95K ,{H 58 PLRV

2. RN R TE SRR,

F o8
B 1 B sarys Fig I Scnsitivity of the prabes

P plCP2 GiFEF 1 pLR6 SSivsl E:plCP2 os probe T pLRE as probe

A RETREALER) PLRV-RNACJER A 100ngRNA) A. PLRV-RNA{nat treated with formaldehyde)

B PLRV-RNA{ B & 25ng RNA) R. PLRV-RENA

C. R FEI PLRYV BRI 5 7000 S55) C. PLRV{not treated with formaldehyde)

D. FLRV F¥( [FH X 600ng ¥535) D. PLRV particies

E. SRR PLRV XM H MCHHOVEE 2> pH #D E. Exiract of PLRV-Infected polato stems and leaves

F.EHBH# %N BURML YRR 2> 891 3D F. Extract of healthy potats

G REFRARY PLRV Mo HUER S BT 2 G. Extract of PLRV- infected potsta (not trealed with
> 07D formaldehyde )

H.IER D8 %0 R R AN B 3% 970D H. Extract of healthy potata

L pLCPZ R (AL A 2500 DNA) L pLCP2 plasmid

CAEE RN 1. 5X.25%.125%, 625 . (Dilunon from left to right, 1> 5% ,25% , 125% . 625 |
3125 . 15625 % , PRE25 X ) 3125, 15625 ,74125%)

2 pLCP R4 R

AT W pLCP2 #EEHE M PLRV @945 54 MR SR ED R BRE RNA #75%,
HERWM 2, EBRERN0.0LOP2 524 K G PVY.PVS B RNA 2%, 0] pLCP2 5
Hm R,
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B2 pLCP2 cDNA BREH KRR Kot 2 IR HE

& 700ng FREER 25ng RNA)

A PLRY Mi¥r B.PYVY Wiy CPVsS R
D.PLEV-RNA E. PVY-RNA F. PV5-

RNA (BIEERHEXEE 5 D '

Fig. 2 Specificity of pLCP2 cDINA probe

A. PLRV particles B, PVY perticles . PYS

particles D. PLRV-ENA E PYY-RNA 1

F.PVS-RNA (5 umes dilution fram left to

right)

3 DHITHTHATRRBR B ENHER

RAVRERE PRER PLRVOE B "M, O 5 AR FRR 807 (LA R 8
BT SRR, S pLCP2 IREF R ERGREW ANE | BRI HAZRERT HHS
FRELHE RN AR EFSR. BRERTE ) 5. WHTLRERIIEEREEAAR .2
WERE.
4 A pLCP2 SRS MBS Y PLRY

HNHHESHF LS AR B PEAREHLT 2L, LT F2- BB 2458
WA 3, HRERERH, LFEMYT 0.5 L5t i, I pLCP2 541 B A% M H op g PLRV,

1 1/4 1/8 aphlds
o - B3 H plCP2 cDNA FEEHO N HEE B PLRYV
A LM PLRY Mk B BN
Fig & Detection of PLRV in Mz perscae by pLCP2 ¢DNA prob
A, Viruliferous Myms porame . B. Narmal Myoae perame

5 FRRMBLHEN
FAVRBE PLRY o) I & B R BRI RE IR0, 25 i fO R 28 , 1] pLCP2 REHBIMBE A2
HTRW , ERRY BR PLRY #ZR B BRI R L E SRR KT BRI eIy
#h. WAAZ P PLRV 3 BHMA. ﬂhﬂ,Eﬁkﬂﬁﬂﬂﬁﬁﬁﬂg*ﬂ@ﬁméﬁ;i% PLRV (L P o
1),
6 REELIRE
RIMAUECRER O/ FE SRS " LA TR . P 48 2RSS PLRY 14
WO AW BRAHIER . 2T ARE T pLCP2 FE AT, SR EW REA 2 TRER.9 T
Fa AR (LA 5,
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3x 153 T6% 315X
3 : 4, B4 JH pLCP? ST 450 R R EER 1 PLRY
A TEEWE BN PLRY  KBER o B3 PLRY
EXRWE D BRPLRVREFHERUAUE E BB
PLEV REEFRERH (METHREAR R Ix 5%,
75X 3752
Fig.4 Detection of PLRY in different part of potato plam with
pLCP2 probe by NASH
A. Virus frez plantiets R Extract of PLRY -infected leaves L.
Extract of PLRY- infocted stema D). Extract of eves region of
PLRV-infected tuber E Extract of hecl end of PLRV-infected to-
ber  {Diutéon from left to right; %> . 15X 75> , 376 )

B5 1P HRID pLOP! cDNA BRI B
H7S R PLRY, € $1 Dy HEMHEIR .G
D TR TR D M
LT

Fig. 8 Detection of PLRY in poteto cultivar
“Purple fower white ™ witln pLCP2 cDNA
probe. € and D; are positive control, and Cy

and Dx are negetive contral. The others are sam-
pies tested,

12 it

HFER S TFREHRCTERTHYRSENEN EXEHYRERM A .EH®
ELISA WR AL, AT RN DNA I ATLURE S EREARE T . ABELRER
HRE  BAREH SR . KK 0 cDNA B4 # TR TRETMERYTR, L&
TR#AKRHELS., it IR EHE FYP 472520 oLCP2 () cDNA HE 1 B H R B/ AR SR
REIFRE. THRRBEFATEARES ELISA B LR R A DNA 5] & H
2L PLRV HEWEEH®E 75 M ELSA RNER PLRVHEMESBEE R 12
o MG RTRB PLRY A ML R-T ELISA . X—H R FIE RS Y
BRI A BEH. EHEEEEURFERE FEENDL,

NHEBHREREELH G  WRmERE. A0 pier2 4. SR #HIT TR
WERER LT 0.5 LS FEMIF FE PLRV BIA[ L . X — X BRIt THEW
HPMRHEFEN.

AT pLCP2 #54[ #1 pLRE 54 A9 T4 . pLCP2 cDNA R PLRVAJCP E£EH £
1 cDNA, jitj pLR6 REIHL 313 & 1887 , & /Iv 3% 1kb ) cDNA, - ESE[ 25 %10 , pLCP2 D
NA ¥4 5 PLRV-RNA PLRV S K %45 PLRV R BR IR T A R E T . 1] pLRS cDNA 3
§[-5 PLRV-RNA.PLRV BRI R Z(H S B HS5EEPIRV M2 H{ERR AT HBRNEA L
i 0

£F RNA HINC EL G5 HE, &4 6263087 R0 PR 4L 7 RNA BRIRFHEE.
HEES M &R PLRV-RNA R R LSS H A PLRVRNA AP BT 25
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& MM IR RAERRE D EYH & PLRY 2R F &L H N ERITH
HNARSERE X —RMERPL X AT,
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Detection of Potato Leafroll Virus by Nucleic
Acid Spot Hybridization with **P Labelled cDNA Probe

Hu Huiping  Hasi Agula Zhang Heling

(Biology Depariment. Faner Mongoln (mzversity . Hddiot 010021)

The ¢cDNA of potato leafroll virus coat protein gene and cDNA by random primer were used as
probe labelled with *P by nick translation, The isolated PLRV-RNA, purified PLRV particles, the ex

tract of PLRV-infected potato stems, leaves, tubers and viruiiferous Myzus perswae were detected with

these probes by the nucleic acid spot hybridization. The tests show that the cDNA probe is highly specif
ic.sensitive and reliable, which can only react with PLRV-RNA and cannot react with other potato i
viruses, such as PVY and PVS. The minimum amount of purified PLRY-RNA which can be detected

was 40pg. The maximum dilution of PLRV-infected potato stem and leaf extract which gives pasitive

reaction is | = 75, and the PLRV in 0. 5 Myms peracae can be detected. The results show that the nu

cleic acid spot hybridization {NASH »wint 2P-1abelled ¢cDNA prooe of PLRV-CP gene can be used for
virus-free seed potato certification , virus resistant breeding. germplasm evaluation and control of virus

dicseases.

Key words Potato Leafroll Virus, P labelled cDNA probe, Nucleic acid spot hybridization » Diagno

Sis
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