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NaCl),65 C/K# 45 min, 10 000 r/min &> 12
min JiF. B b WO A S R R & 1/ 5 R B
(24 = D, FR4MRA), K L E 10 min; 3 2 1% 4 58
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SRR 5 N B T — 20 °C PLIE DNA 20 min,
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R DNAL A 5 L RNaseA T 37 C/KIA
30 min {§ft RNA, QFEEZLEO.@.©, H LK
U] 2 AR 95 % 4 BEm 0. 1 /R 3 mol/L B R
BIUTTE DNA, @ Ja Ml 150 pL 9 TE 2% b % i
DNA,
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WP Mg* " W B K ANTP ¥ i 55 R AR5 i i 44
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ANTP, P 45 R Wi hr . FERFFX 2 DA E
AT OL T i — 25 T e T 51 Wk BE . Mg™ Wk B S
Br DNA BYHBE, W3R 1 (R 1~18 KRS 5 ik
IR NAR R A5 . Q51 Wik, 519 )% 5
2R UBC R4t 5149& il Invitrogen 24 A 58
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Table 1  The selection of the optimal ISSR-PCR recation system

it DNA (9 i /ng  GI9WE/ (pmol/L) Mg ¥ JE /(mmol/L)

%'
Number Concentration of Concentration Concentration

template DNA of primers of Mg?'
1 30 0.2 1.5
2 30 0.2 1.8
3 30 0.2 2.0
4 30 0.3 1.5
> 30 0.3 1.8
6 30 0.3 2.0
7 30 0.4 1.5
8 30 0.4 1.8
9 30 0.4 2.0
10 40 0.2 1.5
= 10 0.2 1.8
12 40 0.2 2.0
13 40 0.3 1.5
1 40 0.3 1.8
15 40 0.3 2.0
16 40 0.4 1.5
17 40 0.4 1.8
18 40 0.4 2.0
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Table 2 The sequences and annealing temperature of the 12 selected ISSR primers

GiEY] gl B /C GiEY] 751 B K/ C
Primers Sequence Annealing temperature Primers Sequence Annealing temperature

ISR1 (AG)sT 52 ISR13 (TG)sG 55

ISR3 (AG)sYT 52 ISR14 (TG)sRT 52

ISR4 (AG)C 55 ISR15 (GA)sYC 52

ISR7 (AG)sYA 55 ISR19 (GA)YsYT 52

ISR9 (AC)sYG 52 ISR20 (GT)sYG 52

ISR11 (AC)sYT 53 ISR21 (CAT 52

DR=A,G; Y=C,T.

M 19 20 21 22 32 33 34

M. Marker; 1.2,3.4,5.6,x¢* 35.36 AW N IARZR 1,2,3, 00000 A8 P A The samples in 1-2,3-4,++++++35-36 lanes were
from reaction system 1,2+ .18, respectively.

B 1 Rz ikE

Fig.1 The electrophoretic gel of the reaction system used in this work

9 10 11 12 13 14 15 16 17 18 19 20

M. Marker; 1~4,5~8,9~12,13~16,17~20 i&i 4> %] F 51 4% ISR9,ISR10,ISR11,ISR12,ISR13 " # Ay 47 % The bands in the lanes
of 1-4,5-8,9-12,13-16,17-20 were amplified using primers ISR9,ISR10,ISR11,ISR12,ISR13, respectively; 1,3,5,7,9,11,13,15,17,
19 A MY DNA M VT I8 5% T8 BE R — 2k b 3648 1,3,5,7,9,11,13,15,17,19 lanes shared the same template DNA (ZJLQ21);2,4,
6.8,10,12,14,16,18,20 J& FYBIAL DNA MW B V148 J3 BF (7] — B0k 1 3K79 2,4.6,8,10,12,14,16,18,20 lanes shared the same tem-
plate DNA (HNJH10);1,2,5,6,9,10,13,14,17,18 i (iR KR EH N 52 °C; 3,4,7,8,11,12,15,16,19,20 & MR KR EH N 55 C
The annealing temperature of the lanes of 1,2,5,6,9,10,13,14,17 and 18 was 52 °C , the annealing temperature of the lanes of 3,4,7,
8,11,12,15,16,19 and 20 was 55 °C.

B2 #B4ISSR3IMMBRNEBEEILE

Fig.2 The comparative analysis of annealing temperature of some ISSR primers
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M. Marker; 1~23 J% H #7116 R EREAYEE & 1-23 lanes represent the samples from population ZJLQ.
B 3 514 ISR7 MHTIEREE (ZILQ)FHHHERMY G
Fig.3 The amplified bands of the samples from population ZJLQ using primer ISR7
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Abstract

Based on screening several key reaction conditions of ISSR (inter-simple sequence repeat)

markers,such as the concentrations of template DNA, primers and Mg”" ,an optimal ISSR reaction sys-

tem for Chimonanthus nitens was established, namely, 40 ng genomic DNA, 0. 3 pmol/L primer, 1.5
mmol/L Mg®",1 U Tag,0.2 mmol/LL dNTP,and 2. 5 puL. 10 X buffer were contained in 25 pl. reaction

system. Using this optimal ISSR reaction system, 12 polymorphic primers were screened out. Further-

more,the best annealing temperature of the every selected primer was decided according to the amplified

results with different temperatures among 51 ‘C and 56 °C.
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