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Absract :The cDNA - AR P sygemfor Vitis amurensis Rupr was egabli shed &ter optimizing severd key factors &-
fecting cDNA - AHLP andlyds. The reault indicated that CTAB method could be used for extracting ideal RNA from led
and irflorescence of Vitis amurensis Rupr while DS - acidic phenol method for extracting RNA from bud ;500 ng cDNA
was digeded conpletely by EcoR | and Mse | for 6 hours. The reducible results was obtai ned when the ligation products
were diluted to 5 times for preanplification tenplate and preanplification productghe were diluted to 20 times for selec-
tive anplification.
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50MUL : RNA 40U L ;DNase Bufer S5UL ; EcoR | :5 - CTC GTA GAC T&C
RNase Inhibitor 14 L ;Rnase - Free DNasel 3uL ;DEPC GIA CC- 3 ;3 - CAT CTGACGCAT GGT TAA- 5 ;
1uL 37 30 mn; Mse | 5 - CAC AT AGTCC TAA G-
; , 3;3 - TACTCA GAA CTCAT- 5, 30
1/10 3nol/L NeAc 2 , ML : 20UL , EcoR | (50 prmol/ML) 1ML,
- 70 0.5h RNA;4 12000 r/ mn 20 Mse | (50 prol/ML) 1ML ,ATP(10 mnol/L) 1ML ,
mn; , 75 % , 30ML Ty 5U ,10 x T,Ligation Bufer 34 L ,ddH,O
DEPC , ,16 10 h ,70 10 min
, 12% RNA
1.2.2 cDNA cDNA 1.2.4
Pomaga M - MLV :E-0:5 - GCACTQC GTA CCAATTC- 3 ;M- C:
,  RNA 24 g; 5 - GAT CAGTCC TA GIA AC- 3
TakaRa cDNA Synthess Kit , 150 5,10 ,
ML: 25UL ;10 x DNA polymerasel Bufer 25uL : 2.5UL ,10 x PCR Bufer 2. 5uL ,dNTP(10
15U L ;DNA polymerasel 20 U ,RnaseH 0.8 U ,dNTP(10  nyol/L) 0.4 L , EcoR | (10p ol/L) 1.0
mol/L) 3L ,ddH,0 ,16 ML ,Mse | (10prol/L)1.0pL ,Tag 2
2.5h,70 10 min, cDNA U ,ddH,0 .04 2
: oNTP(10 mnol/L)  min; %4 30 s,56 40 5,72 40
2.5uL , T.DNA 5U, , 37 30 s, 30 : 72 5mn 5UL
min,70 10 mn dssDNA 1%
, , 0.1 (pH 5.2) 1
2.5 ,- 20 , 20 , 20UL :
ddH.O 100 ng/M L 3uL ,10 x PCR Bufer 2.0y L ,dNTP(10 mmol/L) 0. 4
1.2.3 EcoR | Mse | ML, EcoR | (10Mmol/L) 1. 0ML , Mse | (10
2 x Y/ Tangp Buffer Mmol/L)1.0UL ,Tag 2 U ,ddH,O
, 40U L :ds- cDNA (100 ng/uL) 5 194 4 mn; 94 30
ML ,E0R | 10 U,Mse | 10 U,10 x Y/ Tangp Bufer 8 s,65 30 s( 0.7 ).,72 60 s,
ML ,ddHO 37 2,46, 13 ;94 30 s,56 30 s,72
12 h, 70 10 min 60 s, 23 ; 72 10 min
5L 1%
1 ARLP

Tab.1 The sequences d AP primers screened

EcoR | Mse

EcoR | primer Primer sequences Mse  primer Primer sequences
El 5-GAC TQC GIA CCA ATT CAGC3 M1 5 GAT GAG TCC TGA GIA ACA A-3
B2 5-CGAC TGC GIA CCA ATTCAGG3 M2 5-CGAT AAGTCC TGA GIA ACA C3
E3 5-CGAC TGC GIA CCA ATT CAA G3 M3 5-CGAT GCAGTCC TGA GIA ACA G3
E4 5-GAC TQC GIA CCA ATT CAC T-3 M4 5-CGAT CAGTCC TGA GIA ACA T-3
B 5-CGAC TGC GIA CCA ATT CACA-3 M5 5-CGAT GAGTCC TGA GIA ACT G3
E6 5-CGAC TGC GIA CCA ATT CAC G3 M6 5'-GAT GAGTCC TGA GIA ACT A-3
E7 5-GAC TQC GIA CCA ATT CAA C3 M7 5-CGAT CAGTCC TGA GIA ACT C3
E8 5-CGAC TQC GIA CCA ATTCACC3 M8 5-CGAT CAGTCC TGA GIA ACT T-3

1.2.5 , 50 W

10pL (98 % 2/5
.10 mol/L EDTA (pH 8.0) ,0.25% ) 1.2.6
95 5mn, 6% 0.5 m. , 20UL

80 W 0 , 6L , 24 h,100 10 min,8 000
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r/ mn 10 min, , PCR , , Buifer ,
50U L 4uL ,10 x PCR Bufer 5uL , ) )
dNTP(10 mnol/L) 0. 4UL , EcoR | (10 nol/L) 2 x Y/ Tanger Bufer
1.0pML ,Mse (10p nol/L) 1.0UL , Taq 2U, Bufer, ,
ddH,0
1.5%
2
2.1 RNA  cDNA
1 , RNA ,
CTAB PDS- , ;
DS -
OD 260/ OD2sgo 1.8 20,
RNA :
RNA :
RNA CTAB
,OD260/ ODaso 1.9 2.0,PS- 1. 2 h;2. 4 h;3. 6 h;
4. 12 h;5. EoR | 4h;6. M | 4 h
RNA 1. Digested for two hours:2. Digested for four hours:
M - MLV O“ngls cDNA , 2” L 3. Digesed for sx hours;4. Digesed for 12 hours;
5. EcoR | digeged for 4 hours;6. Mse |
) 2 :CDNA 0.5 digeged for 4 hours;M. DL 2000.
2.0kb , cDNA - ARLP 3 DNA
Fig.3 The grape DNA digested by EcoR | and Mse |
HEHS Hh S #FC MAC 2.3

1 CTAB

DS-
Fig.1 Theflower bud RNA result with
different extracting method

RNA

1EFF i

Fig.2 cDNA from grape leaf and inflorescence
2.2 dDNA
dDNA
Mse

, EcoR 1+ 0/ Mse |

400
1 000 bp , : ,

1,2,
3.4, 5
1,2. The pre - anplifing resut with the ligation product ;
3 ,4. The pre - anplifing result with the ligetion product
diluted 5 times;5 ,6. The ligetion product diluted 10 times.
4
Fig.4 The pre- amplifing result with template

;5,6. 10 ;M. DL2000

diluted differently from ligation product
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2.4
8 E- NNN 8 M- NNN
64
; 44 ;
20 12 ,
) , 8
30 ( E- ACT/M - AAC E- ACT/M
- CAT E- AAGM- GAA E- AAGM - CTT E-
AAG M - NNN 5 ) 2 695
ARP 9 5
, 15 2 Fig.5 The Hective amplified result with
four pairsin leaf and inflorescence
2 ARLP
Tab.2 AR P fragment number amplified by different primer combination
Primer M- CAA M- CAC M- CAG M- CAT M- CTG M- CTA M- CTC M- CTT
E- ACC 60 X 56 X 49 50
E- AGG X X x X
E- AAG 68 X 67 64 69 x
E- ACT 70 68 75 65" 65 78 67 65
E- ACA 75 73" 70" 69 74 73 76 71
E- ACC 65 60" x x 73 67 56 68"
E- ACG 67 61 73 75 57° 67 69 65"
E- AAC 64" 63 59 65" 67 70 67 64
Notex'l'he anplified results was rot ided V\n"th x ; The primer is high polymorphic with * .
2.5 PCR cDNA - ARLP
DNA , )
, , , [11]
PCR , , E - PS- ;
ACA/M - CAC ) CTAB CTAB , DS -
: : 3 h;
60 6 ) DS ,
8 , 7 , RNA , DNA ,
, RNA  DNA
,dDNA
, 37
4 h
,PFCR :
PCR '
Fig.6 The PCRresult with different gene
fragment as the template , CDNA - ARLP
cDNA - ARLP

cDNA - ARLP ,
RNA
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