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T-DNA

150001

Chaetomium globosum

60 ~ 180 110’ PCR Southern T-DNA
Q78 A 0001-6209 2005 01-0129-03
Chaetomium spp. 1.1.2 hphR
C. globosum 5'-TTCGATGTAGGA GGGCGTGGAT-3" hphF 5'-CGCGTCTGCT
GCTCCATACAAG-3’ KanR
5'-TCAGTGGAACGAAAACTC-3" Kanl 5'-GAAACACGGATGAT
' GTC-3' Taq
TaKaRa Roche
1.2
} ¢ PEG-CaCl, pPKH AGL-1 LB
50pg/mL
7mL LB 50pg/mL 50pg/mL
250r/min 29°C 2 200pmol/L
AS MM ODys 0.15
4h  ODg 0.6~0.8
T-DNA 1.3
SmlL 7d  PDA
MM
37 10° ~ 100 /mL 100pL
AGL-1 pPKH 100pL
MM 200pmol/L AS 27°C 2d
10mL M-100 ° 100pg/m
1.1 300pg/mL 27°C 5~7d
1.1.1 Agrobacterium tumefaciens 1.4 PCR
AGL-1 DNA 10
C. globosum PCR 25pL. DNA  100ng
pPKH pPK2 EcoR 1 /Xba | 10pmolL. dNTP 200pmol/L 1 x PCR 10mmol/L
pCB1003  EcoR I 8 Tris-HCl 50mmol/L KCI 1.5mmol/LL MgCl, 0.25U Taq
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: Tel/Fax 86-451-86412952 E-mail yangq@hit. edu. cn
1972 - E-mail gaoxingxi @ yahoo. com. cn
2004-06-02 2004-11-15

© PERZFRMEDHRATIKESHEE http://journals. im ac. cn



130

45

94°C 4min 94°C 45s 60°C 1min 72°C 1.5min 35

72°C 10min PCR 25uLL
DNA  100ng 10pmoL. dNTP 200pmol/L

1 x PCR 10mmol/L Tris-HCl 50mmol/L. KCI 1.5mmol/L
MgClL, 0.25U Taq 94°C Smin 94°C 45s 50°C
Imin 72°C 1.5min 30 72°C 10min

1.5 Southern blot

pPKH

EcoR1  HindIll DIG
High Prime DNA Labeling and Detection Starter Kit II Roche

2
2.1
M-100
27°C 6d 1
100pg/mL
ECs 35.68p1g/mL
1
Table 1 Inhibition efficiency of Hygromycin on C. globosum growth
¢ 7’( f;gfi" 0 25 50 75 100 125
1 0 48.57 88.57 94.28 97.14 100
2 0 41.18 82.35 91.18 9%4.12 100
3 0 44.12 88.24 97.05 100 100
mean 0 44.62 86.38 94.17 97.08 100
Su1 0 3.72 3.50 2.94 2.94 0
2.2
2d
5~7d
100pg/mL
20041/ mL
60 ~ 180 1o’
2.3 PCR
6
PD 3d DNA PCR
6 1-
A T-DNA
1-B Covert T-DNA
7
2.4 Southern blot
PCR 3 DNA
10pg EcoRV
2-A  T-DNA
Southern 2-B

M 1

23 45 6 78 M 1

23 45 6 78

kb

23\
207

0.6—
1

B PCR
Fig. 1

PCR analysis of putative transformants for hygromycin resistance
gene A and kanamycin resistance gene B
M. Maker A-Hind [l digest 1. Plasmid pPKH 2. Wild strain 3 ~ 8.

Transformants .

1 2 3 4

2 DNA EcoR V A
Southern blotting B
Fig.2 Total DNA digestion by EcoR V A and Southem blotting of the
putative transformants for hygromycin resistance gene B

M. Marker A-EcoT14 | digest 1.Wild strain 2 ~4. Transformants.

DNA
2.5
PDA
27°C 2d PDA
10 100pg/mL
PDA
3
1 5
12
60 ~ 180 /
10’ PEG-CaCl,
30 ~ 50
PCR 6
T-DNA T-DNA
T-DNA
Ti T-DNA

13
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Agrobacterium tumefaciens-mediated transformation of Chaetomium
globosum and its T-DNA insertional mutagenesis

GAO Xing-xi  YANG Qian”
Departmant of Life Science and Engineering  Harbin Institute of Technology —Harbin 150001  China

Abstract Agrobacterium tumefacines-mediated transformation is a routine method in the genetic transformation of a wide
range of plant species and so far its application has been extended to the transformation of yeasts fungi and even
human cells. By using this transformation system filamentous fungus Chaetomium globosum was successfully
transformaed with an efficiency of 60 ~ 180 transformants per 107 spores. PCR and Southern analysis showed that the T-
DNA was integrated into the genome. Among of the examined transformants contained a single copy and was stable
through mitotic cell division. The tranformation system mediated by Agrobacterium tumefaciens may prove to be a powerful
tool for the filamentous fungi transformation and functional genomic study with its high transformation frequency
simplicity of T-DNA integration and genetic stability of transformants.
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