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Fig 2 In situ hybridization isolation of positive bacterial colonies by
digoxigenin DNA labeling. The black spots indicate positive clony. The
white spots indicate negative clony.

3 1B Fig 3. The SDS-PAGE result of cell extracts.
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Cloning of D-hydantoinase Gene from Pseudomonas and Its

Expression in E. coli
LI Zhi- Qiang, LIU Jing-Jing, HU Zhuo-Yi, WANG Zheng-Hua, MING Xin
Devision of Biochemistry, China Phamaceutical University, Nawnjing 210009

Abstract AIM The purpose is to construct D-hydantoinase genetic engineering strain for the purpose of the indus-
trial production of D-p-hydroxyphenylglycine. METHODS D-hydantoinase gene was created from Pseudononas
putida 9801 by PCR technique and inserted into pMD18-T vector. The recombinant plasmid was transfomed into sev-
eral Escheichia coli strains. The positive transformants with D-hydantoinase activity were obtained by the two step
screening, digoxigenin DNA labeling in situ hybridization and D-hydantoinase activity assay. RESULTS The D-hy-
dantoinase activity of the genetic engineering strain E . wli BI21/ pMD-dht was 1700 U°L ' and increased as high as
8 times compared with those of wild-type strain Pseudomonas putida 9801. The subunit molecular weight of recombi-
nant D-hydantoinase was about 53 kDa measured by SDS-PAGE. The amount of the recombinant D-hydantoinase was
about 20 percent of total bacterial soluble proteins. CONCLUSION The genetic engineering strain E. wli BL21/
pMD-dht possesses the initial industrial production prospects.
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