44 4 Vol.44 No.4

2004 8 Acta Microbiologica Sinica August 2004
100080
Bacillus pumilus BPS1 xymA
pWH1520 pWSX11  aynd xylA xynA
pWSX11 BP51 BPX11 xy-
nA BP51 87 %
Q786 A 0001-6209 2004 04-0487-04
B-1 4- EC3.2.1.8
1
B-1 4- 1.1
1.1.1 FEscherichia coli DH5a
Bacillus pumilus BP51
pGEM-T Easy Promega
pWH1520 MoBiTec
2 1.1.2 LB 7 AB3
1.75% Difco
SMM SMMP CR5 MoBiTec
20g
} 20g 10g S5¢ pH6.5
1983 ¢ 10pg/mL
> 1.1.3 DNA T4 DNA
DNA
X-Gal
Promega Tag DNA Sangon
PCR Genecore
BP51 xynA Sigma
pWH1520 1.2 DNA
7 BP51
BP51 DNA
1.3 xynA
xynA N PCR
taa |
“ 863 " 2001AA214161 KJCX2-SW-206-1
Tel/Fax 86-10-62551206 E-mail dongzy @ sun.im.ac.cn
1976- E-mail liuwfv@sina. com.cn
2003-06-09 2004-04-12

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



488

Il BamH |
P1 cgggatcc aatg a ag atg
BamH] | Il
P2 cgggatcctiagiigecaataaacag
BamH |
BP51  DNA
xyn A PCR 50pL
50ng DNA 0.2mmol/L. ANTP  25pmol
1 x PCR 2.5U Tag DNA
93°C 3min 93°C 50s 51°C lmin 72°C 1min 35
72°C 7min PCR DNA
pGEM-T Easy DH5a
1.4
xynA pGEM-T Easy
BamH | xynA
pWH1520 BamH |
DH5«
1.5
AB3
37C 12h 2% Sml. AB3
37C ODg, 1.0 4000r/min 15min
0.5ml, SMMP
Img/mL 37C 1h SMMP
0.5 ml. SMMP
MoBiTec
1.6 xynA
LB
37°C 2%
LB
0.5% 4000r/min
15min
1.7
37°C
1.8
Laemli * SDS-PAGE
DNS
’ 0.1mL 0.1mL
0.2mol/L pH6.5 1%
50C 10min 0.6mL DNS
10min SmL 550nm
1pmol 1
U

2
2.1
pWH1520
P1 TAA
xynA
xynA P2
BamH 1 B . pumilus BP51
DNA PCR
716bp
pGEM-T Easy xynA
100 % BamH |
pWHI520
pWSX11 1 EcoR 1
TAA RBS ATG signal peptide
(1~ BamH1
xylA" xynA
X pBR ori
pWSXI1
8637bp
Amp”
Tet" (Bac) /
1 pWSXi1l1
Fig.1 Map of recombinant plasmid pWSX11
2.2
pWSX11
BP51
BPX11 BPX11 10pg/mL LB
0.5%
ODyy 5.0
SDS-PAGE
BPX11
106.851U/mL BP51
BPX11 xylA
BP51 LB
SDS-PAGE pWSX11
22kD 2

© R ERF B YRR B S SRR A

http://journals. im. ac. cn



489

kD
- —97

- —66
-3

——3

20kD—>

2 SDS-PAGE
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1. BPXI1 induced by xylose 2. BPXI1 without induced 3.BP51 in-
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Secreted Overexpression of Alkali-tolerant Xylanase Gene in Bacillus pumilus

LIU Wei-Feng MAO Ai-Jun ZHU Ling-Xiang ZHAO Yun DONG Zhi-Yang"
Institute of Microbiology ~ Chinese Academy of Sciences Beijing 100080 China

Abstract The xylanase-encoding gene xynA was cloned from Bacillus pumilus BP51 a xylanase over producer. The xy-
nA gene was inserted in Bacillus expression vector pWH1520 downstream of xylA promoter. The recombinant plasmid
pWSX11 was transformed back into the original strain B . pumilus BP51 and the recombinant B . pumilus BPx11 was ob-
tained. The xynA was over expressed and the xylanase was secreted into medium. The xylanase activity produced by
recombinant BPX11 had increased about 87% as compared with the original strain BP51. The properties of the recombi-
nant xylanase were characterized.
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