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CAT L E.coli BL21 (DE;) with transferred plasmid CAT L- pET-30a; 3: The
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Tab. 1 Titer detection of anti-CAT-L serum with indirect ELISA
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Fig. 6 The detection of antiserum against CAT L expressed in eukaryotic using immunohistochemistry

A. Small intestine; B. Intestinal villi; C. Skeletal muscle cell; D. Cardiac muscle; E. Spleen; F. Hepatopancreas; G. Skeletal muscle
cell. The positive parts are indicated by arrows.
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Prokaryotic expression, purification, characterization, and polyclonal
antibody preparation of Jian carp (Cyprinus carpio var. jian) Cathep-
sin L

LI Shuhong, CHEN Zhiguang, LI Ran, LI Xin, LI Song, CHEN Xiuhua, JIANG Ranran, LI Meiliang, MA Luyang
College of Food Science, Sichuan Agricultural University, Ya’an 625014, China

Abstract: The recombinant Cathepsin L (CAT L) protein of Jian carp (Cyprinus carpio var. jian) expressed in
prokaryotic cells was washed by a gradient of urea concentrations and then purified by Ni**-NTA agarose affinity
chromatography. The target protein appeared as a single peak when eluted by 300 mmol/L imidazole in affinity
chromatography. SDS-PAGE analysis and gel-filtration HPLC on a TSK-GEL G2000SWxI column revealed that
recombinant CAT L was highly purified, and the molecular weight was about 28 kD with purity greater than 95%.
The activity assay with Z-Phe-Arg-MCA as a substrate indicated that the recombinant CAT L could combine with
its endogenesis inhibitor of Cystatin at a 1 : 1 ratio, and thus took on the biological activity of cysteine protease.
Balb/C mice were immunized by the purified protein to obtain antiserum, and ELISA showed that the titer of CAT
L antiserum was higher than 1 : 512000. Western blotting showed that the CAT L polyclonal antibody was highly
specific for recognizing recombinant CAT L protein expressed in prokaryotic cells. Immunohistochemistry analy-
sis indicated that this antibody also recognized endogenous CAT L protein expressed in the hepatopancreas, mus-
cle, small intestine, heart, and spleen of Jian carp. Based on these results, the polyclonal antibody obtained in this
study could be used to detect CAT L expression and distribution in different tissues of fish based on protein level.
Key words: Cathepsin L; prokaryotic expression; purification; characterization; polyclonal antibody; immunohis-
tochemistry
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