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Fig.1 The construction of secretion
expression plasmid pMCO05S
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Fig. 5 The time course of th fermentation of K. coli MM2(pMC032)
—=—; The expression level of f-galactosidase, —>¢— ;Bacterial number in 1 ml of the culture
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Table 1 The effect of media and host strains on the expression level of B-galactosidase

The B-galactosidase expression level(u/ml)*

Medium Strain Tatal cell . Membrane 3% triton
Mediom .
lysate phase ) extract
"Corn liquid MM 2 4 100 2.6 3503 1150
L broth MM2 477 _ 3.5 380 85
Corn liquid IM1o1 290 <1 250 72

* ; The expression level were assayed after 16 hours fermentation. Total cell lysates were prepared by ultra-

sanic, Membrane phase was appeared as percipite, and can partly be solubilized in 3% Triton X100.
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S WA T B R A MEEAEA . MBS MM2 FAMEEH B & ompBesl 2878
XK.

g1k, ?EMEJZIJJ%&#’J}%T%::FEEIE%W HRAMEER FERFE.RET 88EH
R E 1043 MEERBREN L ARTRENBEBIBEKTHEE, HRE
ORI REEYEEE M RR A TRES TREN G R RN E
Bt Al e — P R B MR EF A RE R

© PERFERMEDFRFEATIKSESE http://journals. im

ac.cn



108 F m I B O£ il%

kDa kDa
e
97
-o1
55
— 55
14

6 LW MM2(pMCO3DRE =4 SDS-PAGE
Fig. 6 SDS-PAGE 6f recombinant E. celi MM Z2(pMC032)
A 1. Molecular weight standard, 2. Total cell ]ysate(TCL). of MM2(pMC032)prepared by ultrasonic,
3. Same as AZ except lysised by SDS, 4. TCL of MMZ2(pMC18CTB}.

B 1& 2.Protein in membrane phase, 3. Molecular weight standard, 4. f-galactosidase(Sigma)
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Construction of A Secreting Expression System
by Using Promoter and Signal Peptide Sequence of
Cholera Toxin B Subunit Gene

Cao Cheng Shi Chenghua Li Ping Ma Qingjun
(nstitute of Biotechnology, Academy of Military Medical Sciences, Beijing 100850)
Abstract A secreting expression vector pMC058 was constructed taking advantage of
the promoter, signal peptied and transcription terminator of cholera toxin B subunit
gene, and f-galactosidase was over-expressed in E. coli and most of it was secreted into
periplasma when the lacZ gene was inserted downstream of signal sequence of pMCO05S,
The yield of B-galactosidase by engineered E. coli reaches 30ug/ml and the specific ac-
tivity reaches 4 100 u/ml,sc most of galactosidase produced retained activity of the en-
zyme. The apropriate host strain and medium were also investigated. This system pro-

vides a new approach for the expression of the proteins easy to form inclusion bodies.
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