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Fig.2  Southern-blotting for DNA restriction fragments of
MMROO03  Burkholderia pickettii  probing with dca of
Agrobacterium . radiobacter NRRL B11291
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Fig.3 The map of the recombinant plasmid of pXZ-total

1
Table 1  The primers used in sequencing

Subclone Primer used in sequencing
PXZ-KS-N1.5  SK Primer T7 Primer 5'cggictcatagaagctatcg3’
PXZ-KS-N2.5 T3 Primer 5'acgecgecgactatetge3’ 5'tteecttacccagttegt3’
PXZ-KS-N4.0 T3 Primer
DNA 5.0kbEcoR V
BioEdit
1758  ATG
3129  TAA ORF  D-
1374bp 458
ATG 7 GAGAG 16S
RNA 3’ D-
GenBank
AF320814
Blast
ORF
NRRL B11291 SD-1
DSM&4 Ratus norvegicus 4 D-
85% 47%
35% 33% 4
2.3 MMRO03 Burkholderia pickettii D-
2.3.1 pXZPH2 D-
Primer
dha 5' gctageatggacatcattatcaaa3’ 5’
aagcttaatgceggtttactg3’ pXZ-total DNA
PCR 94C Smin  94°C
Imin 51°C Imin 72°C 1.5min 30
72°C 10min A
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Fig.4  Alignment of amino acid sequences of hydantoinase from Burkholderia pickettiic MMROO3 B.pick  Agrobacterium
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Cloning Sequencing and High Expression in Escherichia coli
of D-hydantoinase Gene from Burkholderia pickettii

XU Zhen JIANG Wei-Hong JIAO Rui-Shen YANG Yun-Liu”
Shanghai Institute of Plant Physiology and Ecology — Shanghai Institute for Biological Science
Chinese Academy of Sciences  Shanghai. 200032 China

Abstract A strain  MMROO03 used for D-p-HPG production in industry was classified as Burkholderia pickettii by morphologi-
cal observation and biochemical characterization. The gene encoding the D-hydantoinase enzyme was cloned sequenced and ex-
pressed in Escherichia coli . The nucleotide sequence of the 5.0kb insert of subclone pXZ-total was determined. One open read-
ing frame of 1374bp was found and predicted to encode a polypeptide consisting of 458 amino acids in size of S0kD. The amino
acid sequence alignment of D-hydantoinase from Burkholderia pickettii shows the 85% homologous with the corresponding enzyme
from Agrobacterium radiobacter NRRL B11291. The D-hydantoinase gene dha harboured in the plasmid pXZPH2 in E. coli
BI21 DE3 was highly expressed by IPTG induction. The D-hydantoinase activity for D L-p-hydroxyphenylhydantion is 0.66u/
mL broth  which is 2-fold increase compared to the parent strain Burkholderia pickeitii .

Key words  Burkholderia pickettii

D-hydantoinase cloning expression

Received 2001-09-21
* Corresponding author. Tel 86-21-64042090 Fax 86-21-64042385 E-mail ylyang@iris. sipp.ac.cn

1114111111111 1111111111111 1111111111111 -1 1111111111111 1@ -1 - @

Amersham Biosciences 1
Roche 1l
Agilent I p.256

Promege I Il
I Promege I
v 1
A% p.255
VI p.254

© HERFRHEDIH R TS 9RiE R

http://journals. im. ac. cn





