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Optimization of SRAP-PCR Reaction System in Potato

RUAN Xian-le et al  (Department of Life Science, Zhoukou Normal University, Zhoukou, Henan 466000 )

Abstract [ Objective ] The study aimed to establish the appropriate potato SRAP-PCR reaction system. [Method ] Using potato genome DNA
as template, the major components of SRAP, such as concentrations of Mg>*, dNTPs, Tag DNA polymerase, primers and template, were opti-
mized. [Result] A system and procedure to suit the potato SRAP analysis was established. The condition was in a 30 pl volume with 2.4 pl
(25 mmol/L), 0.6 pl ANTPs (10 mmol/L), forward primers (1 wmol/L)1.5 ul, reverse primers (1 wmol/L) 1.5 pl, 1 wl template DNA
(50 ng/wl)> 1.7 ul Tag DNA polymerase (1 U/pl), ddH,0 18.3 pl and 3.0 pl PCR Buffer (10 x ). [Conclusion ] The new established

SRAP-PCR system of potato was fully reproducible and good stability.
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1.0.1.5.2.0-2.5.3.0 pl; Mg®* (25 mmol/L) Hy7K 4351
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Table 1 The primer sequences used in SRAP analysis
%5 No. IEF3]#) Forward prinmrs\
ME3 5'-TGAGTCCAAACCGGAAT-
ME4 5'-TGAGTCCAAACCGGACA- 3’
ME9 5'-TGAGTCCAAACCGGTCA- 3’
ME10 5'-TGAGTCCAAACCGGTGC- 3’
EM3 5'-GACTGCGTACGAATTGAC- 3’
EM4 5'-GACTGCGTACGAATTTGA- 3’
EM10 5'-GACTGCGTACGAATTCTG- 3’
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Fig.1 The effects of Mg’* concentration on SRAP-PCR patterns
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SRAP-PCR patterns
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Fig.5 The effects of template DNA concentration on SRAP-PCR
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Note:1 -6 are potato samples.

6 EM4 f0 ME4 5|40 &1 SRAP § il
Fig.6 SRAP amplification bands of EM4 and ME4 primers
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rRNA f2 £, RNA SEABA R MMREA 2R SX
TTEE AR RNA IR .

2.2 RT-PCR FIFIFHEH RNA SpBAR#AT RT ~RCR
BRL P 1. 2% DRAEMIEE B P ok BEATAGIN S5 SR ] 2 BT
e LRI EE TR AT RNA SO LAG B cDNA SR
FRE3 B 25 700 bp By AFL2 BRI Re 54570 Ui B BT R B
RNA 8B /£ RT - PCR RE.

L 1 i 3 1 ] b

1 000 bp
I b
750 bp
S0 bp
250 bp
10D bp

¥:: M 25 DI12000 Makero
Note: M stands for DI2000 Marker.
2 RT-PCR F=#I3RE MR IR 4R
Fig.2 The agarose gel electrophoresis results of RT-PCR prod-

ucts

1.5 wl (1 wmol/L) x2,MgClL, 2.4 pl 25 mmol/L) , NTPs 0. 6
ul (10 mmol/L) , 10 x Buffer 3.0 pl, ddH, 0 18.3 pl, SAELN
30 pl.
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