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Characterization of NSE monoclonal antibodies and establishment of a double—
antibody sandwich ELISA assay

DING Huan-Di, LIN Zhi-Miao,YANG Yun, YU Zhan-Jiao, GONG Hui-Ting, LI Xiao-Tong. Hybridoma and Anti—
body Center, School of Life Sciences ,Xiamen University, Xiamen 361005, China

[Abstract |

double-antibody sandwich ELISA assay. Methods: BALB/c mice were immunized by using purified recombinant NSE, and monoclonal

Objective: Preparation and characterization of monoclonal antibodies against NSE protein, and establishment of a

antibodies were generated by hydridoma technique. These antibodies were characterized with ELISA, Western blot, Immunofluorescent
and Immunohistochemical staining. The isotypes of these antibodies were determined with an antibody isotyping kit. With Horseradish
Peroxidase labelled NSE monoclonal antibody, we were able to establish a double-antibody sandwich ELISA to detect NSE protein. Re—
sults: Two positive hybridoma cell lines were selected for test, the titers of these two monoclonal antibodies could reach 4.2 x 107 —

6.5 x 107, and their isotypes were IgG2b. Our NSE antibodies could detect not only endogernous NSE protein from cells, but also se—
creted NSE protein from cells in culture medium by Western blot, in addition, they could be used for immunofluorescent and immuno-
histochemical staining. The minimum amount of NSE protein could be detected by this double-antibody sandwich ELISA was 8. 85 ng/
ml. Conclusion: Our NSE monoclonal antibodies achieved good sensitivity and specificity with high titers, and we established a double—
antibody sandwich ELISA assay which could be used for clinical test in future.
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Fig.1 The isotype identification of NSEmAbs
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Fig.2 Western blot with our NSEmAb
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Fig.3 Detection of secreted NSE protein in cell culture
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Fig.4 Immunofluorescence detection of NSE ( x100)
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Tab.1 The result of Checkboard ELISA
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Fig. 6 Standard curve of double-antibody sandwich
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