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Cloning, expression of cytochrome P450 from
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Abstract To clone the gene of cytochrome P450 (CYP450) from Locusia migratoria manilensis ( Meyen) , produce its
recombinant protein. The cDNA of CYP450 was cloned using specific primers from the total RNA of L. m. manilensis. The
cloned gene was inserted into pMDI8-T vector and digested by BamH 1 and Hind III. The ¢cDNA was sequenced and
subcloned into pET-28a expression vector. The cloned CYP450 ¢cDNA gene was expressed in Escherichia coli Rosetta by
IPTG induction. Result showed that the cloned ¢cDNA ORF sequence contained 1 551 bp and encoded 516 amino acids.
Its sequence homology with the published one ( Accession no. HM153426) was 99% at nucleotide level. The CYP450
was highly expressed in E. coli Rosetta as a unsoluble protein mainly with the molecular weight of about Mr 53 000 under
induction of IPTG.
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Fig.1 RT-PCR products of cytochrome P450 of
Locusta migratoria manilensis
M. DNA (DL2000) 47 E4 ;1. B3 H .

M. DNA marker( DL2000) ; 1. target genes.
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Fig.2  Restriction analysis for pMD18-T-AK with
BamH 1 and Hind III of Locusta migratoria manilensis
M. DNA (DL2000) #r &8 ;1 ~5. SRR AR L BamH 1
0 Hind 11 XA )G .
M. DNA marker(DL2000) ; 1-5.
pMD18-T-CYP450/BamH 1 + Hind 1II.
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Fig.3 Homology analysis of cytochrome P450 of Locusta migratoria manilensis
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Fig.4  Restriction analysis for pET-28a-CYP450
with BamH 1 and Hind III of Locusta
migratoria manilensis
M. DNA(DL2000) #r &4 ;1,2 B KKK 4
BamH 1 F1 Hind 11T XAV )5 o
M. DNA marker( DL2000) ; 1-2. pET-28a -CYP450/
BamH 1 F1 Hind III.
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Fig.5 Expression of rCYP450
M. 2 H RS ;1. 75 J00 ;2. IPTG
P53 LiE 4. T
M. protein marker; 1. E. coli Rosetta/pET-28a-CYP450
before induction; 2. E. coli Rosetta /pET-28a-CYP450

10

/

after induction; 3. supernatant; 4. precipitate.
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