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Abstract: The total DNA of wild Acacia pennata and cultivated variety were analyzed using SSR markers. We improved
CTAB DNA isolatbn method and PCR amplified conditions. 12 primers were screened from 82 primers existing in Acacia
genus, which had high polymorphism and stabiliy. The resulis provided references for genetic diversiy research of Acacia

pennata using SSR marker.
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Moore (1991) SSR (simple se ml, 6H1R- 10 min,
quence repeats) DNA, 4°C, 7000 ymin 10 min
DNA 950H13x CTAB  ~ 64C 1h™ -
. ’ 24 1 | ' 10mi
(Levinson, 1987), ( ( ’ V/Y 000/ min Omin, (
2 ) 700 11 , -20C
RFLP RAPD ) - L
70 % 3 100H1 1x TE 4C
’ Buffer] 1.5ml, 6 HIB
( DNA :
, 20000 SR : s o
> DNA , 3 ,
, 82 SSR s
> 1.2 3 PCR PCR ABI 9700 s
Mg* DNA 10x Buffer TaKaRa
, DNA SSR ( ( ) )
, DNA Mg2+ DNA ; PCR
b1, P9, P10, P11, 25 M1 ¢ 25
mmol MgCl, 2H], 50 mmol KCI, 10 mmol Tris HCI ( pH8. 3) 5
1 I, 10 mmol dNTPs (TaKaRa) 2Hl, 10 Hmol 14, 5
11 UH1  Taq DNA 0. 2Hl, 10 ngH1 DNA 2H]
ddH,0 11. 311 : 94°C 2min; 94C 30s,
: ( , 2 30s, 72C 60s, 30
? ; 72°C 10 min
’ P2, P4, P5, P6, P12, P13, P15 25 M1
’ | ’ : 25 mmd MgClL, 311, 50 mmol KCI, 10 mmol Tris HCI
(pH& 3) S5H]L, 10 mmol dNTPs 21, 10 Hmol 2H, 5
Bl Taq DNA 0. 2K, 10 ng M1 DNA 2H]
A cacia mangium (Buteher , 2000), Acacia v ddHa((I) g 811 ’ ch 5 i 4C 30
nilotica ssp. indica (Wardill —, 2004), Acacia av- : P9 min; 9 >
riculformis (Ng , 2005) Acacia brevipica ( . ) ’ 2) 30s, 72°C 205, 35
Hams subsp. dregeana (Adriana , 2005) 82 » 72°C 10min
SSR P8, 25 M1 : 25 nmol MgCl, 2 H,
12 50 mmol KCI, 10 mmol Tris-HC1 ( pH8 3) 5 HI, 0. 15 mmol
L2 1 DNA CTAB dNTPs 211, 10 Hmol 1M, 5Kl Taq DNA
DNA , 0.2H1, 10ngH1 DNA 2 H] ddH,0 11. 3 M1
Zeng  (2002) \ Buffer [ : 96C 20, ( .
(200 mmol TrisHCl, 50 mmol EDTA, 250 mmol NaCl) 1.5 2) ( 05C) 20s, 72C 30s, 21 ;
1
Table 1 Locations of Acacia pennata populations and the mmbers of individuals sampled
() O () ) Liate
Population code Locality Wild population . Cultivated Cultivated 4 U(_e ane
. Wild sanples o Longitude
size population size samples
(JH) 18 18 27 20 100. 7€ E 21. 93N
(MDJ) 2 21 34 20 101. 25E 21.9FN
(BB PA] 17 30 2 101. 63E 21. 53N
Total 63 56 91 62
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h, 110W, 25h
s 10% , 1% 10 min; ’
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1 min; 0. 05% 20 min; 2.3 SSR
2, 30 s; 500 m1 3% SSR ,
, 0.5% 360 K1 \
. 1500 ml , |
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’ ( . 2005)
2 D) 0
2.1 DNA SSR ’
DNA 82 ’
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DNA (1) ,
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Fig. 1 The total DNA was extracted from fifteen samples of Aazdapennata wsing wo mehods
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SSR
Table2 Primer sequences, annealing temperatures

were used for Aaicia pennata

(5 —3) Annealing
Primer Sequence temped ure
number (C)
Pl CCITCITCT CITCATCT ACCAAACC s
CCCACAT CAT CACT CACAACT
” TTCAGGCCT CTCT CICT CT 0
TCGCCTAAATCCTTCCCAA
P4 GI'CGCGTACACAGACACAGT 9
GGCGCACCTCTCTCT CTCT
Ps GGCGCAACTCTCTCT CTCT s
TTGGI CACTTAGCGCATGCC
6 GATAGCT CATAGAAACACCATACC %
GGCGAAGCTCTCT CTCT CTCT CTCT CT
- GCITTTGGCICITGATA @
AGGGCAAAATGGT CAT
2 GAGGTAATATTTT GAATTCCITGAAC .
GGT'GTATACCTCTTTCCTGTGG
P10 CCCATTGCCGITT CITTG %
GCATTTCCCTTGGAACAGTC
2 2 SR - CGCAACT CCATCIGATTTACTG %
Fig. 2 SSR banding pattems were produced by the TT AT GITGGGTTAAT ACGCTAACTG
twelve selected primers P12 GGGGAGGCTCT CICT CI'CT CTCTCT CT s
GT'GACCTGAGITAGGAAGGAGC
P13 GI'GAAGGCTCT CTCT CTCT s
3 GGAGATGGAT AGAGATGGCC
SSR , P15 GGGGGAGCTCT CICT CI'CT CTCTCT CT 0
GCTACTAAGGITTCTTTCACGG
SSR DNA
’ ” Pl
? 2
) ? ) ( 3 )
2
SSR ,

SSR SSR ,
12 , ;

3 P1
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