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Cloning, expression and identification of aspartic protease gene
of Ancylostoma caninum in E. coli
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ABSTRACT :Cloning, expressing and identify the aspartic protease gene from Ancylostoma caninum for the further stud-
ying in the application in the diagnosisof Ancylostomaas well asfor the development of anti-hookworm vaccine. The gene enco-
ding agpartic protease was amplified from the tota RNA by usng RT- PCR technique. The amplified product was cloned initial-
ly into pMD-18T vector. After PCR selection, enzyme digestion, and sequencing. The postive and right sequence of plasmid
was digested by enzyme and ligated with digested expression vector pET-32a by ligase, and then transormed the construct into
the competent E. coli DH5a strain. Colonies containing the insert plasmid were selected on LB plus ampicillin(10Q g/ ml) plate
and also by PCR screening, the postive plasmid DNA was extracted and digested with enzymes. Plasmid containing the right
insert were sequenced to confirm itsidentity , and then retransformed the recombinant plasmidsinto E. coli BL21(DES3) strain.
Bacterial lysates from cultures induced with IPTG(1mmol/L) were directly loaded onto SDS PA GE, and the proteins on the
DS PA GE gel. Were trangerred to nitrocellulose membrane, detected with antiserum against recombinant expressng aspartic
protease. Through these procedures, a specific protein with a molecular mass of 40kDa could be visualized on gel. This reconr
binant expressing protein can be used for further studiesin the detection of the eff ectiveness of immunity and the preparation of
antigen and antibodies of agpartic protease in large scale.
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