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ABSTRACT

Pichia pastoris is a methylotrophic yeast mainly used to produce recombinant
proteins. The advantage of performing complex post-translational modification and
express proteins at high levels make it a host of choice for expressing mammalian
protein. Morever, recombinant P. pastoris can be used as a biocatalyst or methanol
removing from a waste stream in paper industry. In the present study the cloning and
expression of scFv-M61B9 in P. pastoris is reported. The scFv produced from P.
pastoris will be used to study function of CD147. In this study, hanging primers were
designed to amplify scFv-M61B9 and add restriction enzymes sites (Eco Rl and Not
I) to 5’ end and 3’ end, respectively. The amplified products were cloned into the
pPICZ expression vector and transformed into E. coli (XL-1 blue). Three colonies of
E. coli from the selective media were randomly selected for confirmation using PCR
technique, restriction analysis and DNA sequencing. After that, vector containing
scFv-M61B9 gene was cloned into P. pastoris using electroporation technique.
Colonies of P. pastoris growing on the selective media were randomly selected for the
present of scFv gene using PCR technique. Then, the PCR positive clones were
cultured and induced for 3 days with 0.5% (v/v) methanol. The expression of scFv

was test from yeast cell lysate prepared by glass bead using ELISA technique and



western blotting. Result from western blot showed that scFv-M61B9 was expressed in
P. pastoris. However, ELISA results indicated that the scFv produced by P. pastoris
exhibits far less binding activity comparing to scFv produced in E. coli. This may be
due to misfolding of scFv. The manipulation of Pichia expression system for
functional scFv-M61B9 production should be develop and use for further
functionality studies and diagnostic application.
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