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Explanation of plate

Betermination of the copy number of piJlol, plI2743, olJ2745 3.4 plJ4zS. Towal DNA
| Were run on 19 agarcse gels and stained with EB. Two-:old difutions of the pPaTaparacions were
loaded to allow :czuning (plJl0l, pli2743 and plJ2744). phage lambda DNA digested with Hind 111
" wat loaded as standard. For plJ425 and plJ2745 samples with similar amounis of chromosemal DNA
are shown (o demostrated the difference in plasmid copy number.

preparations

STUDIES ON THE MULTY-COPY STREPTOMYCES
PLASMID p:J101
V. TWO COPY-NUMBER MUTANTS AND THEIR RELATIONSHIP
WITH CLONED FRAGMENTS3

Deng Zixin

(Huazhong Agricultural University, Wuhban 430070)

T. Kieser  and D. A. Hopwood

(fohn lInnmes Instizute, Norwich, England)

In the process of isolating and localizing the promoter-active regions, the Bell-E fragment
of plJILT digested with Mobl was ligated with Raltl-digested plJ425, a vector derived from
the hasic replicon of plJ101. Amoang the thiostrepron-resistant transformants obtained after trans-
formacion of $. fividans TK64, two plasmids were found ta have unusural copy-number. They
were designated as P1J2743 and plJ2744. While plJ2743 has an extremely high copy-number,
shout ten times of that of the vector plJ425, plJ 2744 has low copy-number, about ten times lower
than tha: of the vector pl#425  Two extreme cotv- number were maintained when the rwo pla-
wmids were introduced into fresh TK64 protonlasts and were thus not caused by host muta-
tions. Removal of the 0.63 kb insert from piJ2743 and 0.68 kb insert from plJ2744 gave plas-
mids with the same copy-number as the criginal vecror plJ425. This suggested thar it is not
mutation (s) in the vector which caused the changes of the copy-number. For plJ2743,
oof that the cloned piece of DNA was actura lly alone responsible for the increased copy-num-
came from subcloning the 0.63 kb Bglll insert into the BamHI site of plJ486, a vecror si-
ilar 1o plJ425. The extremely high copy-number was ohserved when the fragment was in-
ed in one orientation. With the sare insert in the other orientation, a similar copy-num-
as for the vector without insert, plJ425, was observed, suggesting that the effect of the insert
ight be cis-acting.
Key words Copy-number mutants; plJI0l; Strepromyces
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