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[ABSTRACT] Ain
mouse leptin M ethods

(+ ) to construct recanbmant vector pET-28a-lep

tion analysis

W estem B lotting

A ffinity Purification

To prokaryotic express mouse obese gene i E. coli expression system and purify the fused

M ouse obesity gene leptin was anplified fran pM ET mouse leptin and subcloned n pET-28a
The sequence of pET-28a-lep was checked by sequencing and restric-
Expression of BL21-pET-lep transfom ed w ith pET-28a-lep was induced w ith @ 1 mmol/L isopropylthiogak

actoside and analyzed w ith Sodium dodecylsulfonate -polyacrylan ide gel electrophoresis and W estem B lotting to identify the

mouse leptn molecularweight and optmum tme for purpose protein expression

ten expressed was exam med w ith thin layer chram atography

N i affinity chramatography colmn

Themaxmum anount of the fused pro-

M ouse leptin dissolved with @ 5% Sarkosylw as purified by

Results Sequencing and restriction analysis confimed the right sequence of

pET-28a-lep Sodium dodecylsulfonate -polyacrylan ide gel electrophoresis and W estem B lotting indicated a 22 5 kDa fused

mouse leptin 1 the fom of mclision body was expressed w ith high efficiency in BL21-pET-lep
of the fused protein produced was 39 2% of the total cellular protein
Conclision BL21-pET-lep could highly express recanbinantm ouse leptin

Themaxmum amount
The concentration of purified protein is . 086 g/L

This provides a basis for further resear

ches on biological activity ofmouse leptin and its role on the developing process of arthrosclerosis
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