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Table 1  Optimization of the treating filter membrane, DNA extraction and precipitation
/mL
J 200 LI B
A 200 LIl B
FL 180 w (orzteh B
; 24+ 1)
LI 180 w 24+ 1 2 B
L1 180 A 24+ 1) 1 B
Y 150 \4 LI 3
B 150 w LIl 2/3
1.5 DNA PCR
Bosshard-Bano Zhou . . 94 °C 1 min; 94 C
DNA ZE  ZH. 1 min, 58 C 1 min, 72 C 1.5
1 800 mLL 9 0.22 min, 30 ; 72 °C 10 min. PCR
pm , MOBIO (PowerWater DNA 1. 0% (wt/voD)
Isolation Kit, : 14900-50-NF), ZE  ZH
DNA, 2
DNA 2.1 DNA
1.6 DNA 2 4 A260/A280
DNA 230, 260, 280 nm 1. 8~2.0,
Nanodrop ND-1000 . A260/A230 2.0,
A260/A230 (DNA/ ) o
A260/A280(DNA/ ) DNA DNA s
. , DNA
1.7 PCR
16S rDNA 1.5 , B
DNA s 8271 (57’ s 4
AGAGTTTGATCCTGGCTCAG-3 ) 1507- DNA.
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37 : 1XPCR (MBD, 2.5 . CTAB  SDS ;
mM MgCl, (MBI), 0.2 pM, 0.2 ) .
mM dNTP, 1U Taq DNA (MBD, 4 L ., Bosshard-Bano DNA
DNA , 25 pL. 3 , Zhou
2 4 DNA
Table 2 Yield and purity of DNA extracted by the four methods
DNA / (ng+ pul™H) A260/A280 A260/A230
Zhou 155. 230482, 792 1.95340. 021 2.110740. 120
162. 570194, 330 1. 92040, 044 2.03740.122
Bosshard-Bano 202. 070438, 511 1.950+0. 010 2.090+0. 017
Liu 49.650+12. 092 1.93540. 021 2.22540. 035

+ (n=3).
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, DNA ¢ D, ZH DNA 3
3
Table 3 The effects of filter membrane, extraction and precipitation on the yield of DNA
1 DNA 2 3 DNA DNA 2 3
Jcng + 4L Jcng + 4L Jng + L) A260/A280 A260/A230
J 0.130=£0.075 0.043£0.018 0.173£0.093 25 1.610+0.077  0.71340. 265
W 0.052+0. 004 0.024-+0.001 0.076+0. 005 32 1.74540.045  0.603+0.176
FL 0.046+0.006 0.026-0.001 0.07240.007 36 1.915+0.233  0.528+0.178
LI 0.05140. 000 0.030. £0. 004 0.08140. 004 37 1.733+0.188  0.540+0. 143
L1 0.076+0. 023 0.03040. 003 0.106+0. 026 28 1.748-+0.0.225 0.595+0.174
B 0.006=+0.004 0.002-+0. 001 0.008=+0. 005 29 1.73740.083  0.505+0. 368
Y 0.03140.014 0.015-+0. 001 0.04640.015 33 1.710+0.629  0.978+0.312
+ (n=2).
4 DNA
Table 4 Yield and purity of DNA extracted by the two methods
DNA
Jog + gl CV/% A260/A280 CV/% A260/A230 Cv/%
ZH 0.015+0. 010 67 2.005-+0. 530 26 0.820+0. 184 22
ZE 0.03440.014 41 1.930+0. 311 16 0.840+0.010 12
0.02040. 008 40 1.815+0. 091 5 1. 145+0. 011 10

+

(n=3).
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Fig. 1 Agarose gel electrophoresis of PCR amplified
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Abstract: A better method was screened out
through comparison of the four methods for total
DNA extraction of microorganisms with different
lysis. The method screened out was used to opti-
mize the experiments of treating filter membrane,
DNA extraction and precipitation. Finally, the op-
timized method was compared with commercial kit
for total DNA extraction of microorganisms. The

results showed that the commercial kit was fit for

total DNA extraction of microorganisms in surface
snow on glacier, and another method with cutting
the filter membrane into pieces, lysis (lysozyme (5
mg * mL™') + proteaseK (1 mg «+ mL™') +CTAB
(1%) +SDS (1%)), extraction once by chloro-
formrisoamylalcohol (24 : 1) and DNA precipitati-
on by ethanol, was an effective and low — cost
method for total DNA extraction of microorgan-

isms in surface snow on glacier.

Key words: glacier surface snow; total DNA extraction of microorganisms; optimizing method



