BEHFR

Acta Microbiologica Sinica

25 {3). 227—232, 1985

MR REEREECRFETENHR

r 7

(HhE A b TR R T, dL 5D

F| F PUh A~ [ R (pBR322,, pUBL10, pKT071 M pAOL) 7E 10—15% BZ.E 6000 FHE
B BI DL ShH &% (L B Be 4% BB S b s Hoepr#t /by pBR322 R 21Y 20 RELG, g 30%
Fe A5 R R M AE W L TS S RURAL 2 2—3 RIERRIE K. F T 4miafasMa fhiz ¥k
pBR322FE W HE R F HBRERTEEIR S, B DS R R R RIEAREL T IS
ShiE Y BER I~ 4y R4 30,000 ZAMNEA RS, S0AM pER322 HTSHD 8- IRk

RS F R,
*@A RKEHEBE; F{L; pBR32Z

SEHITRAR TR 5 BRI
fr, KApEEBE KU ELXRERE
B, SEBEBES RIS, KR
O TR, FRBENERRARNA
BT, AIELRNERDER,ANH
A —ER RO ARER K, E
&k B A SEOREEEE W,
FIRBLA & e A 2 F M EIAMNEERE
HEFEEE, EErhREKETY
WREETAE RN, B, BENT
Vet EER GRS EE (Srepromyces coe-
licolor) FIAEEHEE (S lvidans) WY B
A

RESSE (S gingfengmyceticus) &
—REe e R B RS ERRR
MR R, PERERSHIRS
BEREIK, XEA BT RS BEHE
yh® P IO A A R 3K TR R AL A AL IR
ERBE, AEASHEIERRNAE
5, iREE T — R RE-ZEREARATER
oo

oM R T

(—) &%

B {# B B Bk AN TR AL » B IERCRIRAIA
# 1o

(=) EEEAN. BENENE

A RGP B3R R PSR AT
HOIREA R Ao RS HEFEEEHE Hopwoed 3K
W5 {3 P RGRC T » S FH-& TR 1032,K,50,0.258,
MgClL,-6H,0 10.12g, 58 10z, K R FE 0. 1,
HETE™ 2l BB HIEY (Oxid) 5g, =HF
EO A7 EHEE (TES) (Aldrich) 5.73g, iR
¥y 22g, ] IMNaOH {g pH Z 7.0, BERIETHS
3k, ST SR R IEY e, A MR(Difeo) 52, W
i 10g, EEEE 114g, MgCl,-6H, O 1g, 16° IR
ErEi 300 ml, 8% 15 SRKH. AHBNWE
Sigma, B Z 4 (PEG) 6000 [ BDH, kS
B 2.5¢ i F 7.5 ml i PR FREEd,

(Z) F&

1. ik DNA B EI &R (L:

f: Holmes F{I Quigley FH EEid
IMEEER DNA, BIEEMBHEFHEHREPER
2 RAUEERABE Q3 Mk, B Hopwood FHA
g U B ik, W Sopl FAFIKER
0 101 FEAz DNA( ] B LA BT DNA /1 DNA fig 1
MAGIER D), MA Soml BT PIEFEM PECG
§000IR# . BA Y5, RIGTMA 0. 5ml P - 5

AT 1984 8 H 23 AlEL

© PEREEAE RS T SBIEE http:// journals. im. ac. on



228 m oL B %

®1 NN EREXEN

Table 1 Strains, plasmids and its sources

® 3 strain ik plasmid #F i@ Marker K #H* Source | BEWEL Reference
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E. coli HB101 pAOL Kan® 5 = &
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Fig. 1 The effect of concentration of PEG
6000 on the frequency of transformation
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Table 2 The effect of time duration on the frequency of transformation
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Fig. 3 The loss of transformed plasmids

in recipient cells
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Fig. 4 ‘'The isolation of plasmids
1. XiH¥E KHR02 #5 pBR322

2. KEEBEM pBR322
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1. pBR322 from E. coli KHEO2

2. pBR322 from S. ginglengmyceticus
3. 8. gingfengmyceticus
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Table 3 The growth of S. gingfengmyceticus in the presence of cell free extracts

As GP GP + AFHBHR GP + U
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Fig. 5 SDS-polyacrylamide gel electrophoresis
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TRANSFORMATION OF STREPTCMYCES
QINGFENGMYCETICUS BY FOUR DIFFERENT
BACTERIAL PLASMIDS

Yu Maoxiao

Jiang Ning

(Institute of Microbiology, Academia Sinica, Beijing)

Four bacterial plasmids, i.e. pPBR322,
pUB1i0, pKT07]1 and pAOl from diffe-
rent hosts were successfully transformed
to Streptomyces gingfengmyceticus in the
presence of 10—15% PEG 6000. Plasmid
pBR322 more stably harboured than
others. It was demonstrated that pBR322
DNA ecould be isolated from more than
30% of transformants even after 20 tran-
sfers. Plasmids pU110, pKTO071 and
pAO1, however, rapidly disappeared from
the recipient cells after 2 or 3 transfers.
Partial expression of pBR322 genes was
observed in cell free extract system. A
protein band of molecular weight appro-

ximately 30,000 daltons, which was similar
to that of B-lactamase was demonstrated
by SDS-polyacrylamide gel eleetrophore-
gis. The expression of tetracyecline resis-
tance gene of pBR322, however, was not
visualized in cell free extract.

It is suggested that pBR322-Sirep-
tomyces gingfengmyceticus system can be
further constructed to a vector-recipient
systemm available for gene cloning and
expression,
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