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KEXREDERG CEHEBHREIINTEORERE
cDNA R HHIEREFEN A

THE® KEH® ExXR® #uK £E%

(PEHSZREEEAVREN X 100080)

XWiF KEAEEENE GFLV SMEESEE DNA 4P, # FRZ,GFLVEN
s Q753 XEEFRIRE A XSS 1000-3061(1999)01-0109-12

B & i PR B ( Grapevine fan leafl virus, GFLV) BB HEBRHHREH R S EEARER £,
BRAEBHNTHANENES —, ERMETH 20% ~80%., HER, FFEEXFARTHEBE
BAREERE T, [eb#fT TEHEETRERME RO PR, Bp5teHEH ELISA™ Y |
BRARPIEIP PSP RICHERE Y SRR GFLY, REFEEHERNE EEE— KN
B ELISA fith R R A A S ERE; HE R ER S, BRI EERHE, HkR BEREY
LRI B, AR, AR, YR RCEBREH AR RN RN TIRIIBRTEN
FrEE BT, — g R B OB HPL S K Bio 11-dUTP {43 TTP, Bl % S8R K7 o
$to (HERICH & RAL R EH L SRR, T H L8 F R SR B 6% DNA, FiE T RNA, RiCH 84
BEMHEIEERENEBESS EUETEERL. RALEEYEFR LRGN TSR ERE.
ARECEADRIF RS E F TR 2R A, SO R ST R BHR B R e % AR R,

EHFEANAEHAEADEN ST GFLVINTE S EE DNA H4F, kM GFLVv it S A B
AELISARMER AR 1%,

1 #BfyE

1.1 N }
KEAHEDRERTH R CASMAHEMA EREDH GO0 (FBEERER M K
REFEP), BMAERBENCE) Y Bord A7 RBmEXEYRA AT, AMHEHSEANE
L FEE S
1.2 GFLVREOXH DNA BHfE ,
LIS B pGABS F i GFLV S B H cDNA(L.7 kb) M8, 5 % T ¥ N . 5 GCGATAT-
CACCATGGGATTAGCTGGTAGAG 3" % 5[ # 4. 5 CAGTCGACACACTGTCGCCACT!Y, PCR K i &
#,94C 1 min, 52C 1 min, 72C 1.5 min, 30 MERE 72CHE 5 mine H 1 %EIRWEKR BRI EY
My, R TR PCR =Y, HEMIBEMESBEAE.
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1.3 ERABEHEGILV S NEDEE oNA FHOHS FHEERBEENR AR TIABREDN

sEZRAMEEHFER.
1.4 MARTLAWEARPH GFLV

HEHMAY RNANHESESHOS AW EIHED TEGE: D)BRMHE M H £ 200 mg, £ 1.5
mlL /N o R LB S BB AR, BN 300.L B RNA BRBE RGBS, K PBHE 10 min 54
SREFEE, BN 250ul. B9 RNA 2R ()45 85 ALK RNA B T 400pL KB KF.

Hep Tt ERER ST NCHLE, 80C#F 1
h, 42C HiA3E 2~4 he 42T 4% 20~24h, HWBEEUH SR LM E
WMAHBATRER B TEEMSTRHREXRRZ IK, BLKS
min. BERTEBR HAMNEEFRAFMREFENE- MLERKRE
B A4, A BCIP+ NBT B¥#1TRE.
1.5 ELISA £ MWEAADE GFLV

A2 SCRTF i 0 i B0 3 SR R 2 vt i 4 B B 4T ELISA Fig
Ry, ELISA 8 8 7 i3k 25 Uk (2] /9 PAS-ELISA &3
T, PSRN 3 REEME M FHHE, P/N>2.0 RAHEAE,
# GFLV;P/N<2 7= R Bk

2 # 2

2.1 GFLVMEEOXE cDNA Bi&E

LLEE 40 18 pGABS® it GFLV #hE E G 2EH DNA MR
#HAT PCRY M, P2 1% AR ka7, EHARTKREN
1.7 kb B GFLV SR BEH 2 E cDNA(E 1), PCR P S4{L)E, AR REME LS EE 0.5~
1.0pg/pl, Ao/ Ae>1.7-

Q 7 : Y @

B 1 HEAMKKE pGABS
PCR " =9 E 3k
1. Amplified products; 2. 1 kb ladder

M2 RUHBERMTHEM H3 FERARAETARERN

FEEEHAEE A W Sopg, 10pg. Spg. Opg R ERTIC DNA BAA EH S 100pg, S0pg, 20pg, 10pg, Spg
2.2 BHZERSENRN

RS 2 fRic iR e ey it 4R $H4F 50 pe/pl, 10pg/pl, Spe/pl 71 Opg/ul F PR, AR L
FEBLEE L pl, WE2 FRBERBSEHBERENS BEE Spe HERE, PEHRARE
& H Spge.
2.3 FERRARERNENEN

BRIFCHEE RN RESRTEAEE DNA £ 5| BN 100pg/pL., 50pg/pL., 20pg/pl., 10pg/ L
1 Spg/pL, BB 1ul A THEEAERE L, A 100ng/mL Hé 5 23, WE 3 71 %RIFID DNA
H 20pg/BE S I AE B 6, VR ER4T A9 BE 5 238 R BUE N 10pg, R MU LR O RiREH QM R U,
2.4 RHF0 ELISA N MWRWAR S GFLV BLEE

Mam A AL E AR R F R4 8 BREE N A 4 B B BE S 42 X ELISA #47 GFLV & ¥, A% 1
A 4 ATRAE LS ELISA R R EIEMHR, 1.2.5.6.7.8. S8 & ELISAK B R AHA
#OERREMER AR R D ELISARMER P/NERT 28 1.2 B, QM H
HFHYEELISA R4 E P/N<2 NIAMMEER, EHARTFEIHAE, A -BRENZ KOS
% %R, ELISA 1 25 5 0 FAYERY B S o A SR HE SR FEBE L A P W R AE, R AR AT FT AR M i ELISA
RAITRUTHRESR.
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1 WHHS-EBERARRFCHERTREIREORE DNAFHOHERACOH A 111

2.5 KXEHNBHEFRASGHFHNEHH
F1 WARTSE ELISA T NMHH

ELISA 6 Joh ) GFLY 9K

3 2 Bk ERET I A 2 5 B AT .
£HBE 5 A ELISA 80, 3% X B — bR " PASELISAT o wsex
B T X4 SR AR, K (P/N)
R2AME S 0, BARTERS ELISA B W 1 2.70
R BEME, HBRH e TR0 KBS 2 : - i
TN, EMICHR[2) 8 78 ELISA £ . Lo )
WUV B R KRB N E, AE M T X E s 3.06 ‘s
WS B B, TES0E 1 GELY B, TSR F 6 9.65 s
FOF BT R B, B LR R R 7 8.40 tas
E ST 8 234 e
2.6 BREWHEARRIBBERLNER * PARER Aol BN BB A 2 1.

R RN, SRS HEN 0.5 mg, MELSABMEA AR HRN SOmg, RS B Y
ELISA fe M#e5 B H 1%

LEBMBERENGFLVH 1 SRS LR A8 RNA ERFIME, B 6 I R Y KHELBRE
E 20 fEE 0y M.

1 2 3 4 E 2

~ 5 WMEHRFHESZXEM GFLY

HEEHNHGT 1,2,3,4,5
> & @

. e -
5 6 7 8

4 FEMZIRMMEOL S 8 GFLY Mo 1THIRIMRRMAR
BRERAZEELH:1:1;1:10:1:20;1:50;1:100

%2 B45 ELISA BENWHER TR B Ao GFLY LR

PAS ELISA
(=302 BRkE AT

(P/N)"
1 S-1 E#H K (top) ++ + 12.52
2 S-2 M A (mid) + NT
3 S~3 F&#EH K (lower) + NT
4 §-2 + 4.50
5 CK - 0.83

* PHER AoiZ¥:N BRI A5 ENa 2 45,
CK:% ELISA R IR H ¥,
NT: M.,

30 #
HTHSASATERAEN ETHEHIRER,. AERLE RNARNEFEREERY., £#5F X
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12 ¥ & T B/ ¥ # 154

W6, 10]42 8 RNA ki el b, ST MHE, FRRE TREEE, W EER T BRER KN TH’,
BRETESHEHNRNGER.

B 1994 400K, BECRTIREH &, M RESG FT BUBMERLETRUIDBHEE (B
R BRI XU, AAFERCHFRERETHT. ONARES BeAR(EE L FENTEXRE
B, ERZ S W0 Mo, i m Ao, RE 20N R,

# % X R
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Preparation of GFLV CP-gene cDNA Probe Labled by
Photosensitive Biotin and Detection of GFLV’

Cao Xiaozhen Zhang Yuman Cai Wenqi Guan Hancheng Mang Keqiang
{ Institute of Microbiology, The Chinese Academy of Sciences, Beijing 100080}

Abstract The ¢DNA of the GFLV CP gene amplified from clone pGABS by PCR were labeled by
photo-sensitive biotin. The probe sensitivity is 5pg, and the detectable amount of unlabeled GFLV
cDNA was 10pg by dot-blot hybridization when the biotin-labeled cDNA was used as a probe. The
results of detection for GFLV by probe and ELISA have positive correlation. The minimum amount
of grapevine tissue for detection by probe was 100 times lower than that by ELISA. The detection for

grapevine samples is not limited by the seasons and the position of sampling.

Key words GFLV CP-gene cDNA probe labled by long arm photosenisitive biotin, molecular hy-
bridization, GFLV detection
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