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Preparation of monoclonal antibodies and establishment of a sand-
wich-ELISA system against allergen g-lactoglobulin from milk

CHEN Xian-Xiong, WU Yu-Lan, JI Qiong-Mei, YANG Ping-Chang, LIU Zhi-Gang"

(Institute of Allergy and Immunology, Shenzhen University, Shenzhen 518060, China)

ABSTRACT: Objective To prepare and characterize monoclonal antibodies against allergen S-lactoglobulin
(-LG) in milk and establish a method for the detection of milk allergens by sandwich-ELISA . Methods
BALB/c mice were immunized with f-LG-the main allergen from milk. The fusion cell strain secreting antibo-
dies stably was screened by using hybridoma and limit dilution technique. The cells used to induce ascites in

mice and monoclonal antibodies were purified by affinity chromatography on immobilized protein A. The sub-
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class of Ig, speciality, titers and cross-reactvity of the antibodies were detected with indirect enzymelinked
immunosorbent assay (ELISA) and western blot. f-LG in milk with these antibodies was detected by sand-
wich-ELISA. Results Six hybridoma cell lines secreting McAbs against antigenic epitope of f-LG from milk
were obtained, which were denominated as 1H8, 4A7, 4C3, 1F9, 1G5, and 3D11. The titers of 6 monoclonal
antibodies were higher than 1:200000 (P/N 2.1). The 6 McABs belonged to IgG1 subtype. Results of western
blot and ELISA indicated that all antibodies could bind to -LG specifically, and had no cross-reaction with
other familiar foods, but 1G5 and 3D11 had cross-reactivity with casein allergen from milk. The standard curve
was linear with -LG concentration from 15.625~250 ng/mL and the detection limit was 15.625 ng/mL. Con-
clusion These 6 monoclonal antibodies against of f-LG from milk are prepared successfully, and a sand-
wich-ELISA system is set up to detect the presence of milk allergens, which will facilitate establishing detec-
tion method of milk allergen.

KEY WORDS: g-lactoglobulin protein from milk; monoclonal antibody; characterization; allergen test
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