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Cloning of a gene respon31ble for an antibiotic productnon from -

Bacillus subtilis YBS. ‘
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The development of a transformation system of the

576 Streptomyces griseus 2247 for gene cloning :
(OH. ZHANG, H. SHINKAWA, H. KINASHI and O.NIMI
(Depb Ferment. technol., Hiroshima Univ)

Streptomyces griseus 2247 is a streptomycin-producing, yellow

pigment forming and sporulating strain. Its pleiotropic mutant
‘HT-3 which is deficient these abilities was obtained after the
“heat-shock treatment of S. griseus 2247. The shotgun. cloning
method can not be applied to investigate the gene complementing,
HT-3 defect because the regeneration frequency of S. griseus
2247 is very low on the R2YE (Hopwood et al) medium which is
commonly wused in transformation of Streptomyces. So it 1is
neccessary to establish a effecient transformation system for

- S. griseus 2247.

Firstly, to optimize the growth time for protoplast
preparation, the protoplasts were prepared at different phase of
growth, then regenerated. The optimum culture time was 24-28 hrs
after inoculation. On the basis of R1 (Okanishi et al) and R2YE
media, the effects of some important components, such as
polypeptone, yeast extract, MgCl,.6H,0 and some amino acids, on
the regeneration frequency, were investigated. On resulting
medium, designated as RIM, the regeneration frequency was
increased more than - 100-folds compared with R1 or R2YE was
obtained. The satisfied transformaton frequency was also

‘ obtained on this medium.
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