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1
1.1 o
1.2
1.2.1 XA CTAB( ) \Tris( ) \EDTA( )
; RAPD ; DNA Marker( A\DNA/Hind ) .
100 bp plus DNA ladder. ( ) i Tag DNA poly—
merase 4 x ANTP mix o
1.2.2 BHE icycler™ Thermal Cycle  PCR
UvpP o
1.3
1.3.1 #T % %% DNA 0942 & DNA bty #d 0 CTAB
DNA DNA w=0.8% DNA .
40 g+ L7! 10 . DNA . DNA o
1.3.2 AR BRI 4T H4H RAPD 4k 24704 "
RAPD-PCR 5 ( DNA Mgt .Tag DNA dNTPs)
( 1) L,(4) 4 ( 2) 2 . RAPD-PCR
11 .
1 RAPD-PCR
DNA /ng Mg * /( mmol * L") /(mol * L™")  dNTPs/( wmol * L™')  Tag DNA /U
1 20 1.0 0.1 150 1.0
2 40 1.5 0.2 200 1.5
3 60 2.0 0.3 300 2.0
4 80 2.5 0.4 400 2.5
2 RAPD-PCR L,s(4%)
DNA /ng Mg** /( mmol * L") /(pmol * L") dNTPs/( wmol * L™")  Tag DNA /U
1 20 1.0 0.1 150 1.0
2 20 1.5 0.2 200 1.5
3 20 2.0 0.3 300 2.0
4 20 2.5 0.4 400 2.5
5 40 1.0 0.2 300 2.5
6 40 1.5 0.1 400 2.0
7 40 2.0 0.4 150 1.5
8 40 2.5 0.3 200 1.0
9 60 1.0 0.3 400 1.5
10 60 1.5 0.4 300 1.0
11 60 2.0 0.1 150 2.5
12 60 2.5 0.2 200 2.0
13 80 1.0 0.4 200 2.0
14 80 1.5 0.3 150 2.5
15 80 2.0 0.2 400 1.0
16 80 2.5 0.1 300 1.5
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1 2 3 4 5 6 8 9 10 11 12 13 14 15 16
I 5 12 14 15 1 4 13 1 11 16 6 10 3 8
I 5 12 14 15 1 3 13 1 11 16 6 10 4 8
10 24 28 30 2 7 18 26 2 14 22 32 12 20 7 16
13 R
R . 4
RAPD-PCR D Mg** DNA  dNTPs  Tag DNA .
4
> Y
DNA Mg™* DNTPs Tag DNA
K, 92. 00 26. 00 55.00 80. 00 57.00
K, 53.00 65. 00 65. 00 84. 00 60. 00
K, 70. 00 64. 00 76. 00 60. 00 79. 00
K, 55.00 104. 00 74. 00 46. 00 74. 00
k, 11.50 3.25 6. 88 10. 00 7.13 8. 44
k, 6. 63 8. 13 8.13 10. 50 7.50
ky 8.75 8. 00 9.50 7.50 9. 88
k, 6. 88 13.00 9.25 5.75 9.25
R 4.87 9.75 2.62 4.75 2.75
2.3 RAPD-PCR
2.3.1 ## DNA A3 RAPDPCR R t5% DNA RAPD-PCR 1
. PCR
PCR ", DNA 20
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14r 141
12+ 121
& 10 & 10
@ i
W 8f e 8
2 £ ¢
o o=}
] (@)
& 4r £ 4f
2 _ 2 - I
0 — 1 1 1 —
20 40 60 80 1 1.5 2 2.5
A DNA F & /ng M &/ (mmol - L)
3 DNA RAPD-PCR 4 Mg2 * RAPD-PCR
2.3.2 Mg "k E st RAPD-PCR B Bty % Mg " PCR .
Taq dNTPs. DNA
PCR 5

Mg 2.5 mmol « L' Mg 1.0 1.5 2.0 mmol + L™



212 2012

( 4) . PCR Mg+ 2.5 mmol * L',
2.3.3  314h#kE 2 RAPD-PCR &5 45 %R PCR
DNA ;
o, 0.3 pmol * L' 0.10.20.3
pmol * L™ ( 5) 0.3 pmol * L7'
101 127
8— 107
& & 81
® 6f i
W& Mgl
& s
= 4 =
o o 4
[a W A~
2r o
O 1 1 1 O L
0.1 0.2 0.3 0.4 1 1.5 2 2.5
W FE/ (mol - L) dANTPs #J&/(mol-L™)
5 RAPD-PCR 6 dNTPs RAPD-PCR
2.3.4 dNTPs & & 2+ RAPDPCR B E #%+h dNTPs
Tag DNA Mg Mg * ; dNTPs
dNTPs . dNTPs 200 wmol = L™"  PCR
( 6) 200 pmol * L' dNTPs .
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RAPD Markers Linked to the Male Character

of Ilex kudingcha C. J. Tseng

LUO Yi-gi LI Juanding LIU Guo-min CHENG Shan-han PAN Xue-feng ZAI Li-yan

( Kudingcha Research Institute Hainan University Haikou 570228 China)

Abstract: An orthogonal design was made to optimize RAPD-PCR amplification system of llex kudingcha in 5

factors ( DNA template Mg** primer dNTPs Taq polymerase) at 4 levels respectively. Through comprehen—

sive analysis an optimized RAPD-PCR reaction system was established: 10 x buffer 2.5 pL. 20 ng DNA tem-—
plate 2.5 mmol * L™' Mg’* 0.3 pmol * L' primers 2.0 U Tag polymerase and 200 pmol * L™" dNTPs in
the 25 L reaction system and the optimized RAPD-PCR amplification program: predenaturing at 94 °C for 5

min then denaturing at 94 °C for 30 s elongation at 36 °C for 30 s and extension at 72 °C for 120 s running

for 40 cycles and final extension at 72 °C for 10 min. The products were stored at 4 °C. Furthermore a total

number of 91 random primers were screened in the RAPD-PCR. Polymorphic fragments were detected with 24

primers in female and male DNA samples pools. Two male-associated fragments ( S164-900 and S191-800) were

respectively generated with S164 primer and S191 primer. Repeated experiments indicated that these RAPD

markers appeared stably in male individuals. So these RAPD markers can be applied to identify the sex of the

young plantlets of llex kudingcha C. J. Tseng at the early stage.

Key words: llex kudingcha C. J. Tseng, RAPD marker; optimization; sex identification
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