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Formation of Competent Bacillus licheniformis Cell and
High Efficiency Electrotransformation for Vectors

TANG Xue-ming  SHAO Wei-lan  WANG Zheng-xiang  Fang Hui-ying ~ZHUGE Jian
The Key Laboratory of Industrial Biotechnology Ministry of Education Southern Yangtze University Wuxi 214036 China

Abstract Bacillus licheniformis was induced to form competent cells in vitro and by changing pa-
rameters a method of high efficiency electrotransformation for plasmid pAPR was established. When
DNA concentration was 1.5 pg mL and the voltage was 1 750 V' 261 transformants were obtained on
screen plates. By the identification all of transformants were positive clones. With ordinary electro-
transformation method 20 transformants were obtained on screen plates. The experiments provided a
model for high efficiency electrotransformation with Bacillus strains as host cells and constructed a
foundation for looking for adaptable secretory expression vectors in industry.
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7.4.
1.2
1.2.1 Bacillus licheniformis
Bacillus licheniformis 2709
10 mL 37°C
DNA 16~18 h 250 r min ODgpp 1.0
1.5mL 10 mL 37 C
40 mL .37 C
10 4 h 250 r min. 10 mL
: 37°C 4 h 250 r min.
15 min 0.5 mL Eppendorf
4°C 10 000 g 10 min
3 -70 C
1.2.2 Bacillus licheniformis
Bacillus licheniformis
2709 10 mL LB 37 C
16~18 h 250 r min ODy09
1 1.0 1.5 mL 50 mL 37 C
1.1 LB .37TC
1.1.1 Bacillus licheniformis 2709 4 h 250 r min. 15 min
pAPR 0.5 mL Eppendorf 4 °C 10 000
r min 10 min
-70C
1.1.2 5 1000mL 10g 123 0.5 mL
NH, ,80; 74 g K,HPO, 27 g KH,PO, 9.5 ¢ 4T 10000 r min 10 min
MgSO; 7H,0 pH 7.0 20% 0-5mb 3
20% 10 min
DNA
1.1.3
LB
1.5% LB I ml BY
b 37°C 1.5h 0 200 pL LB
30 pg mL. 37C
100 mL 20 mL 5 1.2.4
2.5 mL 20% 1
mL 20% 2
100 mL. 20 mL 5 2.5 mL 2.1
20% lpg DNA
1 000 mL 8g P <0.05
2 g KLHPO, 14 ¢ KH,PO, 6 ¢ NHy ,S0,2 g 1 1000 1250 1500 1750
12g pH7.2~7.4. 2000 2500 V 11 57 102
BY 1 000 mL 5g 235 46 6 1750 V

5g 10 g NaCl5 g 5¢gpH7.2~
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Fig.1 The electrotransformation of induced competent
cells with 1 pg DNA 3 DNA 1750 V
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Fig.2 The electrotransformation of non-induced compe-

tent cells with 1 pg plasmid DNA
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Fig.3 The electrotransformation of induced competent
cells with different concentration of plasmid
DNA at 1 750 voltage
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Fig.4 The electrotransformation of non-induced compe-
tent cells with different concentration of plasmid
DNA at 1 750 voltage
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Fig.5 Identification of positive clones
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