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1.2.1 DNA CTAB
1 DNA, . (D
9 ,
0.2¢ ) .
1.5 mL ) I mL

(2% CTAB.2% PVP-K30 100 mL Tris-HCI(pH

8.0) 25 mM EDTA,2.0 M NaCl), ,65°C
30 min, 8 000 r/ min 10 min; 2)
1.OomL 65C . ,68C 30 min
( 2~3 ) 12 000 1/ min
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4 1), , 12 000 v/ min
10 min, ; (4) 3 1~
3 ;05 23 .
. 15 min, 12 000 ¢/ min 10 min,
. 1 mL 70% 2,
. 20 min; (6) DNA
20~50 UL TE ( RNase A) ,37C
1 h( ) —20C
DNA
DNA L A260/A280 1.8 ,
, DN A (mg/ L)=0D  Ax0X50
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1.2.2 RAPD-PCR
Tag DNA Mg .dNTPs. 5
5 e 1.3
20 1, PCR ,PCR .94°C
4 min; 94 °C 1 min; 38°C 90 s, 72°C
2 min; 45 72°C 7 min; 4°C
. 1%
1.3
[
SPSS
1 RAPD-PCR I25(5)
DNA Mg2™ dNTPs Tag
/tmol © I71 /ng /mmol * L1 /fmol* 1! /U
1 0.2 25 1 0.2 1
2 0.2 50 2 0.4 2
3 0.2 75 3 0.6 3
4 0.2 100 4 0.8 4
5 0.2 125 5 1 5
6 0.4 25 2 0.6 4
7 0.4 50 3 0.8 5
8 0.4 75 4 1 1
9 0.4 100 5 0.2 2
10 0.4 125 1 0.4 3
11 0.6 25 3 1 2
12 0.6 50 4 0.2 3
13 0.6 75 5 0.4 4
14 0.6 100 1 0.6 5
15 0.6 125 2 0.8 1
16 0.8 25 4 0.4 5
17 0.8 50 5 0.6 1
18 0.8 75 1 0.8 2
19 0.8 100 2 1 3
20 0.8 125 3 0.2 4
21 1 25 5 0.8 3
2 1 50 1 1 4
23 1 75 2 0.2 5
24 1 100 3 0.4 1
25 1 125 4 0.6 2
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2.1 PCR
PCR ¢ 1)
. 20 , ,
., :20 1918 17,16 17, 15 8 9, 17, 9
6,7, 16, 15, 6, 10, 12, 16 1, 2 3. 1 ,
RAPD-PCR ) 20 L.
, 1 XPCR buffer 2 #L. MgCk 1.0 mmol/ L.dNTPs
0.2 "mol/ L. 0.2 #mol/ L. DN A25 ng. TagDNA
1.0 U,

M 12 3 45 6 7 8 910111213 14 15 16 17 18 19 20 21 22 23 24 2§

1 RAPDPCR
: 1-25 1; M: DL2000.
2.2 PCR
SAS
, 2, 2,
\ DNA .
PCR
Mg®" .NTPs. DNA. Tag Mg 2
[9-12]
2
F P
3 854. 160 21 183.531 28. 410 0. 003
563. 440 4 140. 860 21. 805 0. 006
Mgﬂ 202. 640 4 50. 660 7.842 0.035
DNA 27. 840 4 6. 960 1.077 0.472
dNTPs 94. 240 4 23. 560 3.647 0.119
Tag 6. 640 4 1. 660 0.257 0. 892
25. 840 4 6. 460
3 880. 000 25
:a—=0.05.
2.3
. S191 5
DN A RAPD ,
2.5 DNA DNA
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Optimization of the RAPD-P(R Reaction System of Peaonia suf fruticosa by Orthogonal Design
FAN Qing jun', LV Hui, FAN Yirong',ZHENG Yanwe

(1.Zhejiang A gricultural and Forestry University School of Landscape Architecture Lin" an Zhejiang 311300; 2. Highway M anagement Part of
Shangyu City, Shangyw Zhejiang 312300

Abstract: Taking genomic DNA of Peaonia species ¢ Yunfang’ as the template, optimization experiments on some
important parameters affecting Peaonia RAPD-PCR amplification was cnducted to establish an optimum system
suitable for Pania RAPD-PCR. 125 (5) orthogonal design was used to optimize RAPD amplification system of peony
with five factors (DNA templet, primer, Mg” , ANTP, Taq polymerase) at five levels, respectively. The results showed
that the deep analysis, a suitable RAPD-PCR reaction system was establisheds namely 20*L reaction system containing
25 ng DNA template, 0.2 “moV/ L primer, 1.0 mmol/ L Mg , 1>X PCR buffer, 1.0 U Taq DNA polymerase, 0.2 mmol/ L
dNTP.
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