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Table 1 Indirect-ELISA detection results of SQR polyclonal antibody titer(n2=3)

Dilution of rabbit antiserum
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OD
Optical density
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(100 pug). 1, protein marker; 2, purified recombinant protein :-E- 0.4 F R*=0992 3
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Fig.1 Western blot analysis of SQR polyclonal antibod e )
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Fig. 2 Optimization of coating antigen concentration
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Eq 5 Table 3 Precision test for SQR assay
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Establishment of an Indirect Competitive Enzyme-Linked Immunosorbent
Assay for Urechis unicinctus Sulfide: Quinone Oxidoreductase

MA Yu-Bin'?, SHI Xiao-Li', LI Yang', DONG Ying-Ping', ZHANG Li-Tao', ZHANG Zhi-Feng'
(1. The Key Laboratory of Marine Genetics and Breeding, Ministry of Education, Ocean University of China, Qingdao
266003, China; 2. Shandong Provincial Key Laboratory of Energy Genetics, Key Laboratory of Biofuels, Qingdao Institute of
Bioenergy and Bioprocess Technology, Chinese Academy of Sciences, Qingdao 266101, China)

Abstract:

Urechis unicinctus is a benthic organism, mostly living in sulfidic habitats including intertidal and subtidal

Sulfide: quinone oxidoreductase (SQR) is a key enzyme in mitochondrial sulfide metabolism.

zone. Using U. unicinctus SQR recombinant protein, an indirect competitive enzyme-linked immunosor-
bent assay (ELISA) was established which provided a quantitative method for detecting U. wunicincuts
SQR protein expression in vivo. Firstly, polyclonal antibody was obtained by immunizing New Zealand
rabbits using purified recombinant SQR with a titer of 1:64 000. Western Blot showed that rabbit antisera
reacted with purified recombinant SQR and body wall total protein, forming a single band which indicated
good specificity for the polyclonal antibody. And then, indirect competitive ELISA conditions were opti-
mized. The optimized coating antigen concentration was 250 ng/mL, while SQR antisera concentration
was at 1:20 000 and second antibody concentration was at 1:12 000. The established standard curve
showed a working range between 2. 5 ng/mlL and 1000 ng/mlL. The ELISA demonstrated precision and
reproducibility, with inter and intra-assay variations between 0. 41%~7. 27% and 2. 58% ~7. 78% respective-
ly. In conclusion, an indirect competitive ELISA for U. unicinctus SQR was established successfully.

Key words: Urechis unicinctus; sulfide quinone oxidoreductase; indirect competitive enzyme-linked im-

munosorbent assay; polyclonal antibody



