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Fig.1 The sequence of the syntheiic mung bean trypsin inhibitor gene
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Fig,.s Synthesis and cloning of the mung bean trypsin inhibitor gene
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Synthesis of Mung Bean Trypsin Inhibitor by the
Combination of the Single Stranded Method and PCR

Chen Changging Mao Jifang Zhang Manfang Dai Finfong

(Shanghai Research Center of Biotechnology,Academia Sinica, Shanghai 200283

This paper using the synihesis of mung bean irypsin inhibitor gene

85 an example,presented a new method for gene synthesis, The principle

~of the melhod was based on the combination of ibhe single sirand stra-
tegy and the PCR technique,The synihesis was very : simple,convenient
and rapid, _

The mung bean lrypsin inhibilor is a protein.composed of 72 amino
acid residues,Its amino acid ssquence has been determined,bul ithe DNA.
sequence of gene still unknown,The synthelic mung bean irypsin inhi-
bitor gene was 248 bp in lengih,Ii conlains the encoded sequence,the
start and stop codons,the resiriclion sites of EcoR T and BamH f at both
-ends,The codon seleclion of the synthetic gene was carried oul according
to the codon usage of other plant protease inhibilor gene or plant gene,
The synthetic double stranded DNA was digest with EcoR I and BamHI
or Pst [ first, then cloned inlo plasmid pUC19, The synthelic gene was
proved to be correct by the restriction map and the sequence analysis
using the dideoxy-mediated chain termipation method,

Key words Mung bean;irypsin inhibitor
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Chen Ch‘angqing at al,.Synthesis of mung bean lrypsin inhibilor
by the combination of the single stranded method and PCR
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The ligation of synthstic fragments by T4 DNA ligase and the extension
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Polyacrylamide gel elcetrophoresis of PCR product and the
restriction degstion of pTZ-MBTI and pUC19-MBTI
1, DNA marker pGEM-7z{( + )-Haell . 2, PCR product
3, BEuzyme digestion of pTZ-MBTI by EcoRI and BamMHI,
4. IEnzyme digestion of pUC18-MBTI
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