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1.3.2 Faa2 14 m =lmlL 1g¢g STE (700 mmol * L' NaCl 100 mmol * L.~
Tris-Cl ( pH8.0) 50 mmol = ™' EDTA (pH8.0) w=2% PVP ¢ =2% - )
3~5min 4 °C 5000 r * min "' 10 min o
1.3.3 DNA #9323 1) V m =5mL 1g¢g 65 C 3 x CTAB (w=
3% CTAB 100 mmol * ™' Tris-Cl ( pH8.0) 25 mmol * L™" EDTA ( pHS8.0) 2 mmol * L™" NaCl
2% B - ) 30 s;2) 65 C 30 ~60 min 10 min 1 ;3)
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I mmol * L™"  EDTA pHS.0) 65 °C 16) —B( ) 4 °C 12000 r * min "' 10 min
1 ~2 mL TE(1 mol * L™"  NaCl 10 mmol * L™"  Tris-Cl 1 mmol « L™' EDTA pHS.0) 65 °C
2 mL i 7) 100 pl.  RNase A(p=10g+L7") 37 <C 60 min(2~3 h
) VvV V. o =25241 30 s 4 °C 12000 r * min "'
10 min; 8) Vo v =24 1 30s 4 ° 12000 r * min "' 10 min(
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min; 10) 4 °C 12 000 r * min "' 10 min ¢ =70% 2 ddH,0
0.1~0.5g+L"4< .
1.4 DNA DNA w=1% Nanodrop2000( Ther-
mo) o
1.5 DNA Southern blot 3 ) PCR TaKaRa
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10 mol * L") 2 pl. NHind Il fragment (0.025 g+ 1.7') 0.5 uL 14 pL 95 C 3 min
5 min; 10 x buffer ANTP Mixture 2.5 uL Exo-free Klenow (2 U * uL™") 1 uL
a="P-dCTP (10 Ci « L") 5 pL 37 C 15 min. 175 plL
ddH,0 95 C 3 min o 10 60 wg DNA
6 ng DNA 100 pL 60 U 16 ~20 h DNA
50 wL o 5 wL 10 x Loading buffer w=0.8% 30V 16 h
uv Church buffer 65 °C o washing buffer(2 x SSC w =0.2%  SDS)
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CACT 877 bp "' 7" . DNA BamH 1  EcoR 1
( Carica papaya L.) PDS( Phytoene desaturase) B
GenBank DQ779922.2 DQ666830. 2 o Papaya-PDS385F:
TATTTGGCAGATGCAGGTCA Papaya-PDSH563R: AGGTTCACAACCTGGGACAG 871 bp.
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A Modified DNA Extraction Method for Tropical Fruit Trees
and Southern Blot Analysis
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Abstract: Tissues of most tropical fruit trees contain polysaccharide and polyphenolics that restrict the extraction
of high-quality genomic DNA for further molecular biology analysis. This experiment was conducted to develop a
simple universal and effective modified CTAB method for genomic DNA extraction from tissues of tropical fruit
trees for southern blot analysis. This optimized procedure includes two steps. First before the DNA was extrac—
ted the polysaccharide and polyphenolics were pre-removed through the STE lysis buffer by centrifugation. In
addition possible contamination by secondary metaboliates could be avoided by picking up the cotton-shaped ge—
nomic DNA floccules resuspended in liquid at the DNA precipitation step with ethanol. With the modified CTAB
method high-quality DNAs were extracted from young leaves of the three representative tropical fruit trees ba—
nana ( Musa spp.) papaya ( Carica papaya L.) and longan ( Dimocarpus longan Lour.) . After digested with
different restriction enzymes fragments of banana ethylene receptor gene ( GenBank accession No. AF113748)
papaya phytoene desaturase gene ( DQ779922) and longan floweringrelated LEAFY homologous gene
( DQ160214) were used as probes for further Southern blot analysis respectively. The hybridization bands were
clear with high background. The results indicate that the modified CTAB method with pre-reated conjugation
by DNA pick-up is a simple and effective protocol for genomic DNA isolation from tropical fruit trees which pro—
duces high-quality genomic DNA available for further Southern blot analysis and other tests in molecular biology.
Key words: tropical fruits tree; DNA extraction; modified CTAB method; Southern blot analysis



