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ISSR-PCR 10 x buffer 2.5 pL 2.0 mmol * L' MgCl, 200 pmol * L'
dNTPs 1.5U Taq 0.4 pmol L™ 10 ng DNA . PCR 194 C 4 min
94 C 40s 52 ~62 C 455 72 C 120 s 35 72 C 8 min 4 C
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NZ - 001 NZ -023
NZ - 002 NZ -027
NZ -007 NZ -028
NZ - 009 NZ -029
NZ -011 NZ - 046
NZ -013 NZ -097
1.2.2 Lambda DNA /Hind Il + EcoR | Markers 6 x loading buffer 10 g * L ™' Rnase A Taq DNA poly—
merase 4 x dANTP mix ; 100 bp plus DNA ladder
() ; ISSR
; Spanish o
1.3
1.3.1 DNA DNA CTAB  °: w=0.8%
DNA EB Lambda DNA/Hind Tl + EcoR [ Markers
uvp o Eppendorf Biophotometer
0D, 0Dy, 0D, /0D, 0D, /0D, 1.8~2.0 °
DNA 20 mg * L~ -20 C o
1.3.2 ISSR-PCR ( NZ -009 NZ -097)
DNA ISSR-PCR ( DNA Mgt
<Taq DNA +dNTPs N ) ( N ) 8
( 2) o
2 ISSR-PCR
1 2 3 4 5 6 7 8
Template/( mg * L.™") 0.2 0.4 0.8 1.6 3.2 6.4 9.6 12.8
Mg’ * /( mmol * L°") 1.0 1.5 2.0 2.5 3.0 3.5 4.0 4.5
Taq /(U » de’l) 0.01 0.02 0.04 0.06 0.08 0.10 0.12 0.14
dNTPs /( pmol * L™ 50 100 150 200 250 300 350 400
Primer /( wmol * L™") 0.1 0.2 0.3 0.4 0.5 0.6 0.7 0.8
Cycles/( times) 20 25 30 35 40 45 50 55
PCR 110 x buffer 2.5 L 2.5 mmol * ™' MgCl, 200 wmol * L™
dNTPs Taq 1.5U 0.5 wmol « ™" DNA 40 ng ddH,0 25 wlLo
ISSR-PCR 194 C 4 min 94 C 40 s 52 ~62 C 45s 72C
120 s 35 72 C 8 min 4 C o
w=1.5% ( p=0.5mg+L"" EB) (0.5 xTBE 5Veem™)
1.5~2.0h 100 bp plus DNA ladder UVP o
2
2.1 DNA CTAB 12 DNA
oD 0D, /0D, 1.90 ( 3 .
DNA o w=0.8% Lambda DNA/Hind I + EcoR 1
Markers 21 Kb ( Do DNA
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ISSR o
M 1 2 3 4 5 7 8 10411 12
1 12 DNA
1~12 *NZ -001 NZ -002 NZ-007 NZ
-009 NZ-011 NZ-013 NZ -023 NZ-027 NZ -
028 NZ -029 NZ -046 NZ -097
3 12 DNA
0D, 0Dy, ODy/ ODy p!/ (mg e Lil) ODy 0D,y  ODyg,/ ODy, p!/ (mg e Lil)
NZ -001 0.1001  0.0535 1.87 500.5 NZ -023 0.1338  0.0675 1.98 669.0
NZ -002 0.0882 0.0471 1.87 441.0 NZ -027 0.0568  0.0289 1.97 284.0
NZ -007 0.0720 0.0392 1.84 360.0 NZ -028 0.0937 0.0486 1.93 468.5
NZ -009 0.0849 0.0451 1.88 424.5 Nz -029 0.1002 0.0512 1.96 501.0
Nz -011 0.1129 0.0593 1.90 564.5 NZ -046 0.0889  0.0451 1.97 444.5
NZ -013 0.0878  0.0460 1.91 439.0 NZ -097 0.1183  0.0620 1.91 591.5
2.2
ISSR-PCR .

M 12345678 9101112131415161718

2
1~6 UBC - 811 48. 6
50.7 52.6 54.6 56.7 58.6 C; 7 ~12
UBC -873 47.6 49.4 51.7 53.6 55.4
57.7 C; 13 ~18 UBC - 891
47.6 49.4 51.7 53.6 55.4 57.7 C
2 UBC - 811
( 12); 58.6 °C
52.6 ~56.7 C
UBC - 811
49.4 C
57.7 C ( 2 11 12);
( 9 10) . UBC - 873

1~8

—
—_—
pm—
—_—
R

:0.2 0.4 0.8

1.6 3.2 6.4 9.6 12.8 mg+ L™

48.6 C  50.7 C
( 6) ;
3~5),

56.7 C . UBC - 873 47.6 ~
( 7 8); 55.4 C

51.7 ~53.6 C
53.6 C. UBC - 891 47.6 ~57.7 C

UBC - 891 ISSR-PCR
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o UBC -811  UBC -873 56.7 C
53.6 C.
2.3 DNA DNA ISSR-PCR
PCR .
ISSR DNA . DNA
DNA 0, 3 25 plL 5~320
ng 8 DNA
ISSR-PCR DNA 5 ~320 ng
ISSR o 10 ng.
2.4 Mg** ISSR-PCR Mg * PCR
Mg’ Taq Taq dNTPs. DNA
. PCR "
4 Mg 1.0 mmol * L' ( 1); Mg 1.5 mmol * L'
( 2); 2.0~3.0 mmol * L™
( 3~5); Mg 3.5~4.5mmol + L'
( 6 ~8) 2.0 mmol * L',
M1 2 3 4& S5 68 T 8 1 283 445 b
4 Mg 5 Taq
1~8 :1.0 1.5 2.0 1~8 :0.01 0.02 0.04
2.5 3.0 3.5 4.0 4.5 mmol » L' 0.06 0.08 0.10 0.12 0.14 U » L™
2.5 Taq DNA ISSR-PCR ISSRPCR Taq DNA
Taq DNA
2 5 Taq
DNA 0.01 U pul™! ( 1); Taq DNA 0.02~0.1 U« L™
Taq ( 2~6); Taq DNA
0.12 U= puL™! ( 7~8) . Taq
0.06 U~ pL™'s
2.6 dNTPs ISSR-PCR dNTPs PCR
Taq DNA
Mg** Mg+ ; dNTPs
B 8 ( 6) dNTPs 50 ~100 wmol * L'
( 1 2); dNTPs 150 ~200 pmol * L~
( 3 4); dNTPs 250 ~400 wmol * 1.7
( 5~8), dNTPs 200 pmol * L',
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1 2 3 45 @ &' 8 M
6 dNTPs 7
1~8 :50 100 150 200 1~8 :0.1 0.2 0.3 0.4
250 300 350 400 wmol * L~' 0.5 0.6 0.7 0.8 pumol « L™
2.7 ISSR-PCR ISSRPCR
DNA ;
o 7 0.1~0.3 pmol * L~
( 1~3); 0.4 pmol * L7
( 4); 0.5~0.8 pwmol * L™
( 5~8), 0.4 wmol * L7,
2.8 ISSR-PCR ISSR-PCR 13 45 T8 M
7 15
( 8 20 ~25
( 12); 30 ( 3);
35 ~40 ( 4 5);
45 ~55
16 ISSR-PCR
35 .
2.9 ISSR 8
B 1~8 120 25
. 30 35 40 45 50 55
B ISSR Tm 6 40
ISSR-PCR UBC -811  UBC -873.
ISSR-PCR 125 wl PCR 10 x buffer 2.5 pL
2.0 mmol * ™" MgCl, 200 wmol » ™" dNTPs Taq DNA 1.5U 0.4 wmol + ™" DNA
10 ng. PCR 194 C 4 min 94 C 40 s 52 ~62 C 455 72 C 120 s
35 72 °C 8 min 4 C o
3
0D,,, /0D, DNA OD,,, /0D, 1.8+0.1 DNA
. CTAB DNA 0D, /0D, 1.9 DNA
1 DNA RAPD 1~10mg+L""
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50 mg * L™ . ISSR
10 mg * L™ o
ISSR 52 ~56 C
62 C. ISSR
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Establishment and Optimization of ISSR-PCR Reaction System
of Ligustrum lucidum Ait.

LI Chuan-dai' > CHEN Fei' > WANG Tian—di' > LIU Guo-min' *
(1. Key Laboratory of Tropical Biological Resources MOE Hainan University Haikou 570228 China;
2. Kudingcha Research Institute of Hainan University Haikou 570228 China)

Abstract: Single factor experiment was used to test the effect factors of ISSR-PCR reaction system. After the op—
timization a suitable ISSR-PCR reaction system of Ligustrum lucidum Ait. was established as follows: 10 x
buffer 2.5 pL. 2.0 mmol * L ™' MgCl, 200 wmol * ™' dNTPs 1.5 U Taq polymerase 0.4 pmol * L' prim-
ers 10 ng DNA template which were contained in 25 pL reaction solution. The optimized amplification program
was that predenaturing at 94 °C for 4 min denaturing at 94 °C for 40 s annealing at 52 °C—60 C for 45 s
extension at 72 C for 120 s for 35 cycles extension at 72 °C for 8 min at last. The products were stored at 4
°C. The optimized ISSRPCR experiment system was applied in the amplification of 12 varieties of germplasm
materials of Ligustrum lucidum Ait and the results indicated that the rich and stable bands can be amplified.

Key words: Ligustrum lucidum Ait. ; ISSR; influential factors; optimization



