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Tablel Physico-chemical properties of soilstested

pH N P K
KCl gkg gkg gkg gkg gkg
398 304.8 130 052 1185 2457
441 214.9 132 0.67 1143 20.99
1.2 200
DNA 100 mmol Tris HCl pH8.0 100 1.3.2 DNA3 1
mol EDTA-Na pH8.0 100 mmol pH8.0 5 13.5 ml DNA extraction buffer
1.5mol NaCl 10g/L CTAB -70 30 min 65
1x 100 mmol Tris HCl pH8.0 2~-3 100 pl
100 mmol EDTA-Na pH8.0 200g/lL SDS 10g/L K 10 mg/ml 37 30min 225
CTAB r/min 1.5ml 200g/L SDS 65 2h
0.33 mol Tris HCI pH8.0 1 mmoal 15~20 min 6000 g
EDTA-Na pH8.0 10 min 50 ml
100 mmol Tris HCl pH8.0 100 45ml 0.5ml 200 g/L SDS
mmol EDTA-Na pH8.0 15 mol NaCl 10 gL 10s 65 10min 6000 g
CTAB 1gL 200g/L SDS K 20 10 min
mg/ml 50 mg/ml ViV = - v v=24 1
24:1 3 mol pH5.2 50m 0.6V
IXTAE 1h 6000 g 20 min
1.3 DNA 700 mi/L
1.3.1 DNA Esther 300
M.Gabor  Blending method™! 1.4 DNA
509 50ml
DNA
2xblending [15]
buffer 200~300g 1.5 DNA
10 min
100ml 1xblending buffer 260nm
10000g DNA [5]
30min 150 204 EDNA  0.0569ug/p
ml 1g/L 100 ml chrombath buffer 20ul
8 ml lysis buffer 160 W DNA 6DNA 0.0569ug/pl
50 mg/ml 20 pl K 20 mg/ml TANON
37 30 min 1ml 200g/L SDS 65
2h 15~20 min =( DNA X )/ %

- x100%
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= DNA / DNA X
100%
1.6 DNA PCR
Sau3A 1 DNA 16S
rDNA DNA
16 S rDNA 1 . 5 -agagtttgatc-
ctggctcag-3 ( E coli bases 8 to 27) 2
5’ -taccttgttacgactt-3' ( E. coli bases 1507 to 1492)
PCR : 10 x 2511 dNTP
(25 mmoal/L) 211 1 (25pmol/il)1il 2(25
pmol/il) 111 Mg?* (25 mmol/l ) 2511, (
DNA)2 il , Tag DNA 25U, dd HO
13511 251l
95 5min 94 30s 50 30
s 72 10min 30 72 10 min
2
2.1 DNA
DNA 1
DNA 23
kb
DNA
DNA
DNA 2 2
DNA
DNA
DNA
DNA
DNA

DNA
DNA

2 DNA
Table 2 DNA yields by the two methods and the counts of bacteria

(Mg ) (Mg ) (cfug )
24.32+0.15 0.34+0.01 3.84x10°
13.62+1.0 0.53+0.03 6.96x10°
2.2 DNA
DNA
DNA
DNA
50%~60%
2.3 DNA PCR
PCR
DNA Sau3A DNA
2 DNA
DNA
23 kb
DNA
16S rDNA DNA
DNA
3 4 3 4
DNA
Al%
DNA
DNA
DNA
DNA 16SrDNA
1.5kb 4
DNA

DNA
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Fig.1 Agarosegel electrophoresis of total DNA extracted
from different soils by the two methods
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Fig. 3 Agarose gel eletrophoresis of 16 STDNA amplification
of DNA samples by the direct method
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Fig.2 Agarose gel electrophoresis of total DNA Sau3A |
digestion from different soils by the two methods
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Fig. 4 Agarose gel eletrophoresis of 16 STDNA amplification
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AN EFFICIENT METHOD FOR DNA EXTRACTION FROM SOIL MICROORGANISM

HUANG Ting-ting" CAOHui® WANG Xing-xiang®  CUI Zhong-li*?
(1 Key Laboratory of Microbiologial Engineering of Agricultural Enviroment, MOA, Nanjing Agricultural University, Nanjing 210095;
2 Institute of Soil Science, Chinese Acedemy of Sciences, Nanjing 210008)

Abstract Isolation of DNA sufficient in purity, large in fragment and high in diversity from natura
environments is the basis for nolecular ecology study on community structure. In this study, the authors chose an
indirect method, which isthe cell recovery method, to extract DNA from two distinct red soilsin South Chinga, calculate
its recovery efficiency and compare with the direct method in DNA yield and purity. The results show that the crude
DNA yields from the two soils were about 0.34 and 0.53g/g by the indirect method and 13.62ug, and 24.32ug/g dried
soil by the direct method respectively. Although the indirect DNA extraction method recovered smaller amounts of total
DNA than the direct method, the DNA fragments are larger in size. Moreover, the results of Sau3A  enzyme digestion
and PCR amplification in evaluating DNA purity demonstrate that the indirect method can delete some inhibitor more
efficiently, yielding DNA of superior quality more suitable for follow-up procedures.

Keywords  Soil microorganism, DNA extraction, Cell re covery method, Crude DNA purification



