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Molecular cloning and heterologous expression of

phospholipase D from Streptormyces sp. YU100

Ji-Seon Lee', Sang Dal Kim'?, and Doo-Hyun Nam"®
'Institute of Biotechnology and “Department of Applied Microbiology, *Division of
Pharmacy, Yeungnam University, Gyongsan 712-749, Korea

A phospholipase D (PLD) gene was cloned from the Streptomyces sp. YU100
genomic DNA library and heterologously expressed in Escherichia coli. Analysis of
DNA sequence data revealed an open reading frame encoding a 540-amino acid
protein that included 33-amino acid signal peptide. The deduced amino acid
sequence of the cloned PLD was highly homologous to PLDs from S. halstedii and
S. septatus with a homology of 77 and 75%, respectively, and showed the presence
of highly conserved sequence motifs, namely the HKD motifs, which may be
important in the catalytic function. The mature PLD gene was subcloned in a pET
expression vector containing the pelB signal sequence to promote the secretion of
the protein into the medium. The recombinant PLD was expressed in E. coli
BL21(DE3)pLysS cells after induction with IPTG, detected in the culture
supernatant by Western blot analysis, and purified by nickel affinity
chromatography.
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