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Table 1 Purification of prolyl endopeptidase from E. coli BL.21 pKKH-PEP
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mg X 10° u i % recovery fold
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Fig.3 SDS-PAGE analysis of recombinant
apPEP during the purification
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Fig.4 Purity analysis of apPEP
A. Analysis by Protein-Pak DEAE HPLC Phase A 20mmol L Tris-Cl
pH8.0 Phase B 300mmol L NaCl+ A B. Analysis by HPLC RP-Cy
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Fig.5 Isoelectric focusing analysis of apPEP
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Purification and Characterization of Recombinant Aeromonas punctata Prolyl Endopeptidase

LI Min' CHEN Chang-Qing' WANG De-Bao’
1 Shanghai Research Center of Biotechnology The Chinese Academy of Sciences Shanghai 200233
2 Shanghai Institute of Biochemistry The Chinese Academy of Sciences Shanghai 200031

Abstract The study of down-stream techniques of recombinant Aeromonas punctata prolyl endopeptidase apPEP  was
presented here. High cell-density fermentation of E. coli BL.21 pKKH-PEP in NBS BioFlo 3000 5L fermentor was
achieved the final cell density was 22.5g DCW L after 14h cultivation the yield of apPEP expressed in soluble protein
was 3.0g per litter broth. After sonication the supernatant of free cell extract was purified by ammonium sulfate fraction-
ation High performance Q sepharose FF Phenyl sepharose 6 FF the purity of apPEP reached 96 % enzyme specific activ-
ity was 65.5u mg apPEP yield reached 0.86g L broth. Total recovery of enzyme protein was 8.2% actviity recovery
was 24 .4 % . The molecular weight of apPEP was 76464 + 30Da measured by MS N terminus amino acids sequence con-
sistent with that deduced from DNA sequence. pl 6.0 which was similar with PEP from Aeromonas hydrophila .
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