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Expression of mutated B-chemokine macrophage inflammatory protein 4 in pBV220

vector
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Abstract. Objective

kine macrophage inflammatory protein 4 (MIP4) , a potential antagonist of chemokine receptor 3, was mutated

To screen for antagonist of eosinophils chemotaxis, the gene encoding for B -chemo-
P ! 8

cloned and expressed in E. coli. Methods The PCR primers for MIP4 were designed with the alteration of me-
thionine to alanine at N-terminal of MIP4 gene. The coding sequence of Met-MIP4 was amplified with normal a-
dult human lung ¢cDNA library as the template. The interested sequence was cloned into pUC19 cloning vector
and sequenced, and then cloned into pBV220 expression vector. The target protein was expressed. Results
A fragment of about 220 bp was amplified from PCR and the sequencing result indicated that Met -MIP4 gene
was properly mutated. The sequence was cloned into pBV220 expression vector. SDS-PAGE gel electrophoresis
revealed that the protein of MIP4 about 8 x 10" was correctly expressed in E. coli. Conclusion The Met-MIP4
gene was properly mutated with the alteration of methionine to alanine at N4erminal. The MIP4 was expressed in
E. coli and it may serve as a novel antagonist against chemokine receptor 3.
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I: Protein marker; 2; pRSET-A vector in E. coli induced by IPTG;
3: Expression of fusion protein Met -MIP4 without IPTG induction;
4 -7 Expression of fusion protein Met-MIP4 induced by IPTG
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Fig 1 Expression of fusion protein Met-MIP4 in pRSET-A vector

on SDS-PAGE
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1, 2: Expression of protein Met-MIP4 induced by 42 “C ; 3. Expression
of protein Met -MIP4 without 42 “C induetion; 4; pBV220 vector in
E. coli induced by 42 C; 5. Protein marker
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Fig 2 Expression of protein Met-MIP4 in pBV220 on Tricine-SDS
PAGE
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