provided by Xiamen University Institutional Repository
N

DNA v
: 361005
H 361005
361021
DNA
DNA DNA
Tris-HCl EDTA Na,P,0, NaCl PVP Triton X-100
- K-SDS
21kb rpoB PCR DNA
DNA
0 DNA
DNA DNA
DNA DNA DNA
humic DNA
acids HAs DNA
1
DNA DNA
SDS
1
K
1.1
2
3
DNA 3
DNA 1.2
DNA ¥ 1.2.1
/
79 w/v 1:10 3 min 10 min
3 min  3000g Smin
10 PCR
1 11-15 DAPI
DNA
DNA 1.2.2
© 863 2002AA603013 30370276 “ ! 20041023
O] 1972 E-mail xifeng@ jmu.edu.cn
E-mail microzh @ jingxian.xmu. edu.cn  wshwzh @ jingxian.xmu.edu.cn.
2005-09-08

— 539 —


https://core.ac.uk/display/41346383?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1

2006 5 16 5

PCR DNA 1.0%
/ w/v EB Bio-Rad
1.2.3 2
2.1
1:10 w/v DNA 100mmol/L
TrissHCI 50 mmol/L Na,EDTA pH 8.0 200 mmol/L NaOH Na, EDTA Na, P, 0,
NaCl 1% w/v PVP 0.05% v/v Triton X-100 2% Na, S0, 300mmol /L
CTAB 1.0 mg/ml 37°C NaCl
30min 0.1 mg/ml K 55C
30min 1.5% SDS 65C
/ 24:1
Triton
/ / 25:24:1 1 2 / pPvp
24:1 1 TE 10 mmol/L pH 10.0
Tris-HCl 1 mmol/L Na,EDTA pH 8.0
DNA 100 rpoB 0.05 %
PCR F-primer 5’ -CGCCCCCCGCGCCCC- v/v Triton
GCGCCCGGLCCCGCCGLCCCCCGCCCCATCGAAACICCIG
AAGG-3" R-primer 5’ -CGTTGCATGTTGGTACCCAT- Triton X-100 pVP
3 5.0pl 45p1 PCR 5.0pl 10 x PVP 4%
PCR buffer 4.0 mM MgCl, 0.4 mM dNTP 0.4pM
100pg/ml BSA 2.5 u Ex Tag DNA pH 10.0
TakaRa PCR 94.0°C 4.0 min 30
94.0°C 1.0 min 52.0C 1.0 min 1 2
72.0°C 1.0 min 72.0°C 10.0 min 4.0C
1
NaCl 50mmol/L 100mmol/L 200mmol/L
500mmol/L 1.0 mol/L 1.5 mol/L
Na,SO4 50mmol/L 100mmol/L 200mmol/L 300mmol/L
300mmol/L 400mmol/L.  500mmol/L
Na, EDTA Smmol/L 10mmol/L 20mmol/L 20mmol/L
50mmol/L 100mmol/L 200mmol/L 50 mmol/L
NaP,0; Smmol/L 10mmol/L 20mmol/L Na, EDTA
50mmol/L 100mmol/L 200mmol/L
NaOH pH 8.0 pH 9.0 pH10.0 pH 11.0 pH 13.0
pH 12.0 pH 13.0
pH 8.0 Tris-HCl 10mmol/L 20mmol/L
50mmol/L 100mmol/L 200mmol/L
Triton X-100 0.01% 0.02% 0.05%
0.1% 0.2%
PVP 0.1% 0.2% 0.5% 1.0% 2.0% 0.2% 0.5%

PVPP 0.1% 0.2% 0.5% 1.0% 2.0%
0.5% 1.0% 2.0% 4.0%
6.0%
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100mmol/L Tris 100mmol/L. Na,P,0; 100mmol/L. Na,EDTA  pH 8.0 9.0 pH 10.0
1.0% PVP  NaOH pH 8.0 9.0 10.0 11.0 pH 10.0 pH
12.0 13.0 11.0 6% ~15%
100mmol/L Tris  100mmol/L. Na,P,0; 100mmol/L. Na,EDTA
1.0% PVP 100 mmol/L NaCl pH 10.0
100mmol/L. Tris  100mmol/L Na,P,0; 100mmol/I. Na,EDTA
1.0% PVP 100 mmol/L NaCl 0.05% Triton X-100 pH 10.0
100mmol/L Tris  100mmol/T. Na,P,0; 100mmol/I. Na,EDTA
1.0% PVP 100 mmol/T. NaCl 0.05% Triton X-100 4.0% 2
pH 10.0
50 mmol/L Tris 20 mmol/L EDTA 100 mmol/L NaCl 1.0%
w/v PVPP pH 10.0 '°
50 mmol/L Tris-HCl 200 mmol/L. NaCl 5 mmol/I. Na,EDTA
0.05% Triton X-100 pH 8.3 7
100mmol /L DNA 21 kb
Tris pH 10.0 100mmol/L  Na,P,O; 100mmol/L rpoB PCR
Na,EDTA 1.0% PVP 100 mmol/L NaCl 0.05% Triton
X-100 4.0% Picard ¢
1992 DNA
TENP 50 mM Tris pH 10.0 20 mM EDTA 100 3
mM NaCl 1% w/v PVPP Fortin "7 2004
50 mM Tris-HCI pH 8.3 200 mM NaCl 5 mM 3.1
Na, EDTA 0.05% Triton X-100 DNA
2.2
/ w/v 1:3 1:5 1
1:8 1:10 1:15
1:5 1:10 2
DNA 3
55 ~65C
/ 3.2
w/v 1:10 3min 60°C Smin
1 min  3000g 5 min C1- NaCl
1 2
S0,%-
2.3 DNA OH~ P,0,%~
DNA EDTA
pPVP
N
DNA
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pvVP pPVPP Triton X-100

° PVP

PVPP

1 DNA Marker 2-Log DNA Ladder Biolabs 2 E . Coli rpoB PCR 3
468 DNA rpoB PCR 579
DNA rpoB PCR 11 13 15
DNA 12 14 16 DNA 17 lambda
DNA/ EcoR 1 + Hind Il Marker Sangon A 21223bp
1
3.3 pH 3.4 /
pH
19 pH
pH
/
pKa 9.0%
pH 9.0
pH
5.0~pH9.0
3.5
pH
Tris-HCI  pH 10.0 21 22
55~65C
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A simple method for removing humic acids from marine sediment
samples prior to DNA extraction
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Abstract

A strategy of removing humic acids HAs prior to DNA extraction was conducted to resolve the problem of removing
HAs from marine sediments in DNA extraction. According to the physical and chemical properties of HAs the HAs' re-
moving buffer composing of Tris-HCI EDTA Na,P,0, NaCl PVP Triton X-100 and skim milk was screened out
which washed HAs out from the marine sediment samples successfully. Then a mild lysozyme-proteinase K-SDS direct ly-
sis method was applied and the large fragment DNA was recovered from the marine shrimp pond seaport and mangrove
sediments samples the molecular mass of which is more than 21 kb. These DNA extractions contain the sediment DNA
which could be PCR amplified for rpoB gene. These work laid a foundation for molecular ecology research and exploiting
the bioactive substances from marine sediments.

Key works marine sediment DNA humic acids HAs  remove
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