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A Modified Method for Isolating DNA from Fungus

ZHANG Ying-Hui WEI Dong-Sheng  XING Lai-Jun LI Ming-Chun"

(Key Laboratory of Molecular Microbiology and Technology, Ministry of Education,
Department of Microbiology, Nankai University, Tianjin 300071)

Abstract: Genomic DNA of two fungi Thamnidium elegans and Umbelopsis isabellina were extracted with
an amended Cetyltrimethyl Ammonium Bromide (CTAB) method. This modified method uses repeated
freezing in liquid nitrogen and thawing with combination of shocking with glass beads to replace of the tra-
ditional method. Quality and concentration of DNA extracted by the modified methodwere tested. Compared
with the traditional method, higher yield and purity of genomic DNA were obtained with less amount ofmy-
celium. The result indicted that this is a simple and highly efficient method, which is suitable to treat many
samples at one time and for basic molecular experiments, such as restriction endonuclease reaction and PCR.
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1.1.2 B, K5 EcoR1 TaKaRa  1.2.3 BEgH17ERPCR ¥ i87%: 3]
; DNA Taq DNA Marker A
, B- Tris (4351
5'-TAGGCTGAATTCATGGCTGCTGCT
1.1.3  FE{UFHF: DU-7 eppendorf ~ CCCAGTGTGAGGACG-3';
uv Biorad PCR 5'-AACTGCCTCGAGTTACTGCGCCT
TACCCATCTTGGAGGC-3';
1.1.4 EHHE. (1L) 200 g, 5-CACGGTACCATG
20 6. KH,POL 3 &, MaSOLTH,0 15 g 12 g AGTACATTAGATCGTCAA -3';
’ ’ ’ ’ 5'-GGCTGAATTCAAACGACTTTTTGC
pH TTAATTGC-3'
1.2 KBWHE
1.2.1 £ F4H DNA #J32EL: (1) 50 mL 2 HERE55M
7 mL—-8 mL , 2d-3d . .
. 2.1 IRBEHEEEER FE KA M E F B TR
’ DNA 2uL
24 h-36 h; .
) 1.5 mL ( ) ’
1/4 ( ), 12000 r/min ’ ’
. ddH,0 2 : DNA
3) 500 uL 5><CTAB( 1 B- ’ DNA
), 30 s, 65 C 30s, 3
@) 1/3 ,
4 min—5 min 65 C 20 min , 10 min
1
(®)] : : (25:24:1,V/Vv/7),
12000 r/min 10 min
, 24:1,7/7),
12000 r/min 10 min
(6) 2 ,
-207TC 20 min—30 min, 12000 r/min 10 min
) >, 710 200 uL : g.ll gG(gfngT)?\IA
1-2: , 1 ,2 CTAB ;3-4:
(8) 100 uL TE DNA .3 , 4 CTAB
O RNmeA(Omgml) 65O min L chu | et i, > s
Traditional CTAB method
(10) 6-8 DNA 30 pL
ddH,0 2.2 SESEEIENE DNA By A FILE S
1.2.2 DNAESMKAXETEM: 5 uL , DNA
DNA 995 uL  ddH,O , 1.5 mL 730 ng/uL —840 ng/uL, 325
260 nm 280 nm ng/uL -390 ng/uL; DNA
, OD:60/280 OD:01250  1.8-2.0
DNA DNA DNA = DNA CTAB DNA ,
ODyg0>< ><50/1000 ,
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1: ;28 .
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A_6
DNA 3)
PCR, 3 , DNA, >
bp ,2h DNA,
12-24 DNA 3 ,
CTAB
,  —20C ,
2000
1200 '
(Aspergillus japonicus) (Penicillium
chrysogenum) R (
)
ey
3 s s DNA
B3 EFEH PCR HEXE
Fig. 3 PCR amplification of the A’ fatty acid desaturase (2) >
genomic gene 1.5 mL ; )
1: N ; 2t N 3 DNA
; 3: DNA Marker. ( )
1: PCR amplification of the Thamnidium elegans genomic sequence; RNase A , 37C RNase A
2: PCR amplification of the Umbelopsis isabellina genomic se- DNase DNA, 65°C,

quence; 3: DNA Marker
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, DNase , RNase A (2] , , s ,
> CTAB 2006, 12(2): 313-314.
DNA PCR [3] Brook J, Frisch EF, Maniatis T  ( ),
Southern , , ,2002.
[4] , , .. , 2001, 20(1):
%} % X I_'ilfjk 44-50.
[1] Walker WH, Fitzpatrick SL, Barrera - Saldana HA, et al. [3] > ’ ’ » 2006, 46(1):
Endocrine Reviews, 1991, 12: 316-318. 74-79.
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