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[ Abstract]Objective : To clone uricase encoding gene in Candida utilis into the modified expression vector of pET-28a,and to make
the uricase gene in Escherichia coli(E.coli) continuously express in secreted form with biological activity. Methods :To construct ex—
pression vector pET-28a, RT-PCR method was used to delete the Lac O and Lac I sequence of pET-28a. The target gene was fused by
the the N—terminal of uricase encoding gene and the signal peptide of protein A in Staphylococcus aureus. The fusion gene was
cloned into the expression vector pET-28a,then transformed into E.coli DH5a and expressed. The biological activity of expression
product was identified and measured by SDS-PAGE gel electrophoresis. Results ; The uricase gene in E.coli was continuously ex—
pressed with biological activity in secreted form. Conclusion ; As the normal flora in the gut, E.coli can be used to construct the ex—
pression vector pET-28a-sUOX , which has secrete protein effect. Expression of uricase can be applied to the hyperuricemia model,
which provide a basis for reducing uricase level through intestine.
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Tab.1 The list of primer sequences

1% FAI(5°~37) .
(bp)

SF CATGCCATGGCATGACTTTACAAATAC 143

SR GGAATTCCATATGGCATTTGCAGCAGGTGTTA

NF GGAATTCCATATGTCAACAACGCTCTCATC 912

NR CCGCTCGAGCTT ACA ACT TGG TCT TCT CCT

VIF  CTAACTTACATTAATTGCGTTGCGCCGGGATCTC 327
GACGCTCTCCCTT

VIR  AGTTAAACAAAATTATTTCTAGAGGCCTATAGTG
AGTCGTATTAATTTCGCGGGAT

V2F  CCTCTAGAAATAATTTTGTTTAACTTTAAGAAGG 3855
AGATATACC

V2R GCGCAACGCAATTAATGTAAGTTAGCTCAC
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Fig.3 Secreted expression of uricase at different time points
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