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a. The product of thiostrepton-resistant gene. Line 1-3 were the products of
tsr gene, which was amplied by PCR using the genome of M095/pAPIJ as
template; Line 4, negative control; Line M, DL2000 as size standard

b. Southern blot analysis of genomic DNA (EcoRI/Sacl-digested) from
MO095/pAPlLJ. Lane 1, negative control(wild type M095) Lane 2, sample

(transformed M095); Lane 3, positive control; Lane M, DL2000 as size
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Fig.2 Allignment of sequences of attachment sites in strain M095 and in various species of Streptomyces
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a. Agarose gel analysis of PCR products. Lanes 1, 2, sample (transformed
isolate M095); Lane 3,negative control (wild type M095); Lane M, DL2000 as
size marker

b. SDS-PAGE analysis of the heterologous rAPC expressed. Lane 1, the
sample. Two bands, corresponding rAPC a and 3 subunits, were found; Lane
2, wild type M095; Lane 3, negative control (M095/p1J8600); Lane 4, positive

control; Lane M, protein size marker
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Abstract: we established a gene transfer system for marine Streptomyces sp. M095. A recombinant
Escherichia coli ET12567 (pUZ8002, plJ8600) was obtained by transforming E. coli ET12567 (pUZ8002) with
oriT-containing E. coli-Streptomyces shuttle plasmid pIJ8600. In conjugal transfer experiments, E. coli ET12567
(pUZ8002, plJ8600) was the donor, and the recipient was marine Streptomyces sp. M095 spore after pregerminating
by heat shock. Mating between donor and recipient was conducted. Plasmid plJ8600 was introduced into strain M095
by conjugantion from E.coli ET12567. The transformation frequency for this system was approximately 1.99x10™
exconjugants /recipient. Southern hybridization analysis indicated that plasmid plJ8600 integrated at a unique site in
the chromosome of marine Streptomyces sp. M095. In addition, the Allophycocyanin gene (apc) originating from
Spirulina maxima (Cyanophyta) was cloned between Xbal and BgIII sites of pIJ8600, yielded the plasmid pAPIJ.
Plasmid pAPIJ was transferred into marine Streptomyces sp.M095 by conjugation, which was used to demonstrate
this transformation system. By SDS-PAGE analysis, two proteins with molecular masses of 22 and 17 ku, which
were corresponding to the alpha and beta subunits of APC, were expressed in strain M095/pAPIJ. These results

indicated that a genetic transformation system for marine S. sp. isolated M095 was successfully established.
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