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Optimization of ISSR-PCR Reaction System in Wampee
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Abstract: To study the extraction method of genomic DNA and optimization of ISSR—PCR reaction conditions
for wampee. The improved SDS method was used to extract DNA. The factors influencing ISSR-PCR were
investigated by a single factor test and orthogonal design experiment.The researcher used improved SDS
method to extract DNA of Wampee, which meets ISSR requirements in quantity and purity. And a better
amplification system of ISSR was obtained with the reation system comtaining 30ng template DNA,1.5U Taq
DNA polymerase, 0.4 pmol/L primers, 0.3mmol/L. ANTPs in the total volume of 201.The optimized annealing
temperature was 52.4°C for primer (gA)8C. The stable and reproducible optimal ISSR-PCR reaction system
and suitable annealing temperature are established for Wampee, which had laid the good foundation for ISSR
analysis on studies of germplasm resources identification, molecular marker assisted breeding and genetic
diversity.
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L RS2 HU DNA
1.2 2% 255535

1%k b L4\ 811(gA)8C, ANTPs Ky
Promega A 1 77 it , Taq 24 TaKaRa 24w 77 iy, AR 2
st A [ = 23 B Al A
1.3 7%
1.3.1 % DNA# I KSR SDSE,
1.3.2 ¥ 3 R M AR F ISSRYHE K W45 1= 20l [ ) B
A& % , PCR J I 71 #4Jf 34 (X Biometra T-gradient I
17,94 CHAZYE 5 min, 94 ‘CAEVE30s,52 ‘CIB K60 s,
72 “CHEMH90 s, 40 VXA, 72 C %EfH 10 min, 4 ‘C 7T .
1.4 ISSR BRI Z 64 44K
1.4.1 ¥ HZ X% A ISSR-PCR 2 W AK 2 (1) 32 B 5
AT 1B DNA TagDNA R 4Bl FH 5 5140 ANTPs 3
FEEAT BN 2R, 5 R R AP g 1.
1.4.2 EZRI MM 78S DR 2200 R Al b6 REAR
TagDNA 3R 41 5149 ANTPs ¥ J& 4 Fh K &, I L

%1 ISSR-PCR{FRRYE HE-7KF

9T 1 2 3 4 5 6 7 8 9
it DNA (ng) 1 10 20 40 80 160 200 500 1000
dNTPs(mmol/L) 0.05 0.15 0.25 0.35 0.45 0.55 0.75
TagDNA #(U) 0.25 0.5 1.0 1.5 2.0 3.0
51491 (umo1/L) 0.05 0.15 0.25 0.35 0.45 0.55 0.75

%2 ISSR-PCR IF iR B & [L(3%]

DNA (ng) 514 (umo1/L) dNTP(mmol/L) TagDNA fif(U) Buffer(ul) H20(pl)
1 30 0.30 0.20 0.5 2.0 16.4
2 30 0.35 0.25 1.0 2.0 16.1
3 30 0.40 0.30 1.5 2.0 158
4 40 0.30 0.25 1.5 2.0 15.6
5 40 0.35 0.30 0.5 2.0 15.6
6 40 0.40 0.20 1.0 2.0 15.6
7 50 0.3 0.30 1.0 2.0 15.1
8 50 0.35 0.20 1.5 2.0 15.1
9 50 0.40 0.25 0.5 2.0 15.1

GHEATIEAZ W (W1 2)
1.5 31438 KR L e fRAL

T AR KL B A B (48~58 °C), A BN B K 12 Mk

B B mFE LI I, 45l 58 B, K RNA TS 3,

ISSR-PCR 4 1#,
22 EREMRALER

i T

JE, M F 48 1C .50 'C.52.4 'C.53.6 'C.54.8 C.
56 C.58 C 7l B 514) 811(gA)sC AT ik -
2 BRGNS
2.1 DNA #n]
FH 1% 3515 B Jie FRL Ik, G L 58 2 P, AT 1 1) A

2.2.1 ## DNA % JZ %t ISSR-PCR ¥ ¢ 4 & t§ % ¥
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