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Table 1 Numbers of restriction sites in pHZM

by different restriction endonucleases

.3 WAKE .. WMEKE
Enzyme Number of sitelEuzyme_ Number of site
Bell 1 Mst 1 10%
Kpnl 1 Hind 11%
EcoRY 1 Pyu I 11%
Sphl 1 SalG [ 11%
Clal 2 iSma § 12%
Pst] 2 'Sst T 14%
Sst [ 3 Bel 1 16%
Dral 3 Ava] 16#
FeoR 1 3 Hind K 0
BamH [ 6 Xho 0
Apal 6 Xbal 0
BstEI 8 .

* JEEPHZMBHEﬁMtIi%J:, 34 W 4T ST AR R A
BEHEABRAE
Relative positions of these restriction sites
not yet determined:
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Fig.1 Restriction endonuclease cleavage map of plasmid pHZs4

HA LR KPR, k@A BHENL RS
Relatlve positions are indicated by mumbers. 13 kb insert is marked as heavy black arc
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Fig.2 Localization of the minimal replication region by deletion and subclonring
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Fig.3 Generation of exonuclesse X deletions to localize minimel replication region

AumpHERARBelL, RAEBHLFG, FEfards e KR8 EEH kb
BelX site is the start point for exonuclease X deletion, Direction of deletion is indicated by a
arrow, Localized 2 kb of the minimal replication region is marked as a black are
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MOLECULAR CLONING OF A REPLICATION FUNCTION
FROM STREPTOMYCES HYGROSCOPICUS STRAIN

10-22 AND LOCALIZATION OF ITS MINIMAL REPLICON

Deng Zixin Zhou Xiufen
(Laboratory of Agricultural Antibiotics, Huazhong Agriculiural University, Wuhan)

13 kb DNA carrying a replication functicn has been isolated frem Strepto-
myces hygroscopicus var, yingchengensis sirain 10-22 using a pBR322-derived
Streptomyces replication-probe vector pIJ2703, The restrication endonuclease
cleavage map of the hybfid plasmid, pHZ54, has becn constructed, Follo:ing a
series of deletion and subecloning experimenis, - the mirimal replication region was
located within a 2,86 kb DNA fragment, Subscquently, this region was further
shortened into a 2 kb region by exonuclease W deletion, A few small bifunctio-
nal plasmids which were able to replicate in E, ccli as well as in Strepto-
myces, were obtained during above process, Some plasmids could be uscd as

shuttle vectors,

Key words

Bifunctional plasmid; exonuclease I deletions minimal replicony replication-

probe vector; shuitle vectory Streptomyces hygroscapicus
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