30 1 ( ) Vol 30 No.1
2009 1 Journal of Huaqgiao University ( Natural Science) Jan. 2009

1000-5013(2009) 0+ 0071- 04

DNA

A B, ROF, MORK, AREA

( , 350002)
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Amplified Polymorphic DNA)  ISSR( Inter Simple Sequence Repeat) . ,
, DN A . SDS 1.5x CTAB
DNA 180. 0~ 697.5 g = g !, 48 kb, D(260)/D(280) = 1. 750~ 1.955, RNase
, RAPD ISSR ;1.5x CTAB DNA SDS
,1.5x CT AB DNA
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, , 22~ 43°.20 90
[1] [2] .
, , DNA
. , DNA . SDS
( ) . SDS )
, CTAB( )
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1.2 DNA
0.2 g , 1 mL (CTAB
65 C ; SDS : 0. lmol'L_lTris(sz 8.0),0.05 mol'L_lEDTA(sz 8.0),0.5 mol *
L™ 'NaCl, 2%  SDS, 2% B ; CTAB :0. 1 mol* L
Tris(pH= 8.0), 0.025mol* L' 'EDTA, 1.5 mol* L™ 'NaCl, 3%CT AB)
, 1 mL . 2 mL , 4 DNA
1.2.1 SDS & & An #=—IE [3].
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1.2.2 %A 3xCTAB F (1) 65 C 60 min. ( 2)
(10 000 * min” ') 10 min , - (V( )1 V( =11 1),
.(3) (10000 r * min" ") 10 min,
, - (V( ) V( )= 24 1), (4 (10 000 r*
min ') 10 min, , , 2 5 )
(5) , 2 DNA , 70% 2,
1, TE(Tris EDTA)
1.2.3 # A4y 2xCTAB &k 3x CTAB 2x CTAB (0.1 mol *
L™ 'Tris(pH= 8.0), 0.025mol* L' 'EDTA, 1.5 mol* L™ 'NaCl, 2% CTAB).

1.2.4 1.5xCTAB* 1.5%x CTAB (0.1 mol* L™ 'Tris(pH= 8.0), 0.025 mol *
L 'EDTA, 1.5 mol* L 'NaCl, 1.5% CTAB, 2% B , 3%
PV P40 ( ). (1) 65 C 60 min. ( 2)

(7000 r* min ') 10 min, , - V(O )iV )=100),
10 min. (3) (12000 r* min™ ') 10 min,
. - ve ) v )= 240 1),
10 min. (4) (12000 r* min~ ') 10 min, ,
, 2 ) , . (5) \ 2 DNA
1, 70% 2, 1,
0.1x TE .
1.2.5 & #69 CTAB " 0.2 ¢ \ , \ -20C
25 min. 1 mL (0.1 mol* L 'EDTA, 2% B ,
3%  PVP40, B ) , 1 mL ,
2 2mL . (5000 r* min ') 5 min, , 1 mL ,
s 5 min, s . 1.5x CTAB
1.3 DNA
752 , DNA 260, 280 nm (D).
A(260) , D(260)/D(280) . 0. 6%
, 3Vecem' (DYY-12 ), , DNA
1.4
Hind III 20 HL, 0.5 Hg DNA, 83. 35 nKat, (buffer) 2
L. :37 C, 4 h. 0. 8% , ; ;

1.5 RAPD ISSR

1.5x CTAB DNA , RAPD $1206( 10 bp)  ISSR
UBC-836(18bp), BiometraTl  Thermocycler PCR  ( ) . RAPD
10 UL, 50 ng DNA, 2.0 mmol * L™ 'MgCl, 0. 2 Bmol * L' , 200 Hmol * L™
dNTP,8.335 nKat  TagDNA , 10 x buffer. RAPD : 94 C 180,94 C 60
5,37 C 90s,72 C 120 s, 42 ;72 C 300 s 4 C .ISSR
10 HL, 20 ng DNA, 2.5 mmol * L' 'MgCl2, 0.25 Hmol* L™’ , 200 Hmol * L™ 'dN TP,
8.335nKat TagDNA , 10x buffer. ISSR :94 C 300,94 C 355,56 C
905,72 C 90 s, 35 ;72 C 10 min, 4°C . 1.5%
3Veem ! , WD-9403C

TagDNA TaKaRa s
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2
2.1 DNA
5 DNA (m, 1 1 . 1, 1~ 4 DNA
D (260)/D(280) 1.824~ 1.944  ,D(260) D(230) 0.722~ 2.021
1 DNA
Tab.1 The quality and ratio of DNA extracted by different methods
DNA D(230) D(260) D(280) D(260)/D(280) D(260)/D(230) Vlge o !
1 SDS 0.097 0.070 0.036 1.944 0.722 262. 5
2 3x CT AB 0.014 0.013 0.007 1.857 0.929 130. 0
3 2x CT AB 0.021 0.033 0.018 1.833 1.571 247. 5
4 1.5x CTAB 0.046 0.093 0.051 1.824 2.021 697.5
5 CTAB - - - - - -
1,4 . CTAB , DNA . , SDS DNA
. ,1.5x CTAB DNA ;
CTAB DNA s DN A s
DNA , 1 2 DNA
1.5x CTAB Tab. 2 Quality of DNA in plant tissues and organs
DNA, 2 . 2, 1. 5% D(260)/D(230)
CT AB DNA 0.528~0.871  0.736
DN A 1.233~2.067 1.732
2.2
I , 2 . 2
3 CTAB
RNase , Hind I

2.3 RAPD ISSR

S1206 1.5x CTAB 1
DN A RA PD : 3 DNA
3 .1.5% CTAB Fig. 1 T he total DNA
Electrophoretogram of
DNA RAPD , 1. 5%
A cacia melanoxylon
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Fig. 3 RAPD result with primer S1206 Fig. 4 ISSR result with primer UBG 836
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Fast Extraction of Genome DNA from Acacia melanoxylon

HU Wei, CHEN Yu, LIN Larshui, LIN Srzu

(College of Forestry, Fujian Agriculture and Forestmg University, Fuzhou 350002, China)

Abstract: A fast and convenient method for extraction of DNA from normal young fresh leaves and phyllode of Acacia
melanoxylon was introduced by com paring SDS high salt method and 1.5% CT AB method with 2x CTAB, 3x CT AB and
ameliorated CTAB method, and tests were carried out with ultraviolet spectrophotometer analysis, agarose gel electro-
phoresis, restriction enzyme digestion, RAPD and ISSR reaction respectively. The results indicated that 180~ 697.5
Uge g7 ' of DNA was obtained from a phyllode, their molecular weights were about 48 kb, and the D(260)/D(280) of
DNA was 1.750~ 1. 955, the DNA was suitable for digesting with restriction enzyme, RAPD and ISSR reaction without
purifying by RNase, the amylose in phyllode is much less than that in normal young fresh leaves, and extraction of ge
nome DNA from phyllode is easier than normal young fresh leaves, the quality of DNA obtained with 1.5x CTAB method
is better than SDS high salt method, It is suggested that 1.5% CTAB method can be considered as one of fast and conven-
ient method for extraction of DN A in young fresh leaves of Acacia melanox ylon .
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