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Recombinant Batroxobin Expressed Highly in Pichia
pastoris
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Abstract  Methylotrophic yeast Pichia pasioris was used to express recombinant batroxobin and a technology route of
producing recombinant protein was finally established. We synthesized batroxobin gene artificially by means of recursive PCR.
pPICY-batroxobin was constructed and transformed into Pichia pastoris GS115 his4 . Recombinant batroxobin was expressed in
yeast engineering strain and it was purified from the culture supernatant. 10mg of recombinant batroxobin was purified from 1 liter
fermentation media it exhibited specific activity of 238 NIH units/mg and had molecular weight of 30.55 kD. The purified
recombinant protein converted fibrinogen into fibrin clot in wvitro and shortened bleeding time in wvivo. This study laid a

foundation of development of hemostatic of recombinant snake venom thrombin-like enzyme.

Key words Pichia pastoris recombinant batroxobin snake venom thrombin-like enzyme hemostatic
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Fig. 5 MS of recombinant batroxobin
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Fig.2  The effect of recombinant batroxobin on expression
of pH element of culture medium and culture time 238 NIH units/mg 1
1 pH5.0 2 pH6.0 3 pH6.9 4 pH 6.9 added to soybean 2.5

peptone 5 pH 6.9 added to soybean peptone and sorbol .
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Table 1 Identity of recombinant batroxobin and
nature batroxobin ’
Nature batroxobin Recombinant batroxobin
Molecular weight/kD 34.7 30.55
Glycosylated ratio/ % 27 16.5
Spectific activity/ NIH units/mg 230 238 231
25.5kD
90s 2 NIH 7.39 B . atroxmoojuni
units/mg 60s 34.7kD
27% >0
6 30.55kD
woob g 16.5%
st 5
T T PNGase F New England
6t
f BioLabs 25.5kD
40 ¢ 4 5
iy
1
1] 1
PBS nBatroxobin - tBatroxebin
6 6
Fig. 6 The effect of recombinant batroxobin
on bleeding time of rats REFERENCES

Rats n=10 20~25g were pretreated by the intravenous injection of
2 NIH
units/kg and PBS. After 1 h the bleeding time were measured as above
described.
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