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Fig.1 Native-PAGE analysis on the plasma of P. vachelli (a) treated groups and control groups, purified P. vachelli Vtg (7.5%) (b),
SDS-PAGE analysis of purified P. vachelli Vtg (7.5%) (c)
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Tab.2 Results of the checkerboard titration of different combinations of coating antigen and anti-serum dilutions
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PURIFICATION AND CHARACTERIZATION IDENTIFICATION OF VITELLOGENIN
FROM PELTEOBAGRUS VACHELLI

LI Yu-Pei""?, DIAO Xiao-Ming', SHENG Xiao-Sa', QUAN Heng',
ZHAI Xu-Liang', LI Yun'

(1. Department of Fisheries Science, College of Animal Science and Technology, Southwest University, Key Laboratory of Reproductive
and Developmental of Freshwater fish, Ministry of Education, Chongging, 400716;
2. Jiangsu Animal Husbandry & Veterinary College, Taizhou, 225300)

Abstract 7-day after intraperitoneal injection of 17[3-estradiol (E,), male Pelteobagrus vachelli produced vitellogenin

(Vtg); and later the Vtg from the E, treated P. vachelli plasma was isolated and purified by gel filtration and ion-exchange
chromatography. With phosphor-, lipo- and glycol-protein staining methods, we verified this protein as Vtg, in molecular
weight of about 240kDa detected by Native-PAGE. In SDS-PAGE, the Vtg broke into 2 same subunits, each at 143kDa.
The purified Vtg contained carotenoid of non-disulfide bond, relatively stable to heat. To make use of purified Vtg, we
prepared polyclonal antiserum against P. vachelli Vtg. Double immunodiffusion determined that the titre for Vtg antisera
was 1 © 32; and western-blotting demonstrated that polyclonal antiserum had preferably specific effect. An indirect com-
petitive enzyme-linked immunosorbent assay (ELISA) has been then established for detecting the Vtg. The technique was
developed using Vtg-resistant antiserum as antibody and Vtg as antigen in working range of 31.2—4000ng/ml, and the
sensitivity at 15.6ng/ml. The equation linear part of a typical ELISA calibration curve is y =0.099x + 0.4529 (R* = 0.9327),
which shows good linearity in the working range.

Key words Pelteobagrus vachelli, Vitellogenin, Purification, Polyclonal antiserum, Enzyme-linked immu-
nosorbent assay (ELISA)



