www.shengwuyixue.com Progressin Modern Biomedicine VolL1l NO.6 MAR.2011 - 1043 .

LDL  oxLDL IgM *

1 2 3 3 3 3 3A
1 710032 2 710032
3 710032
(LDL) (oxLDL)IgM o Babl/c
4 SP2/0 LDL oxLDL ELISA o
LDL oxLDL ELISA LDL oxLDL 4
2 LDL 5G8  2H7 1 oxLDL 3A6 3 IgM

LDL oxLDL IgM

Q95-3 R543.5 A 1673-6273 2011 06-1043-05

Generation and Identification of Natural Monoclonal Antibodies
against LDL and oxLDL*

YUAN Yuan', XU Rui-fer?, HE Zheng’, LI Cheng-xiang’, LI Jing-xia’, WANG Hai-chang’, FENG Xu-yang’*
(1 Fourth Military Medical University, Xi'an 710032, China;
2 Department of Anesthesiology, School of Stomatology, Fourth Military Medical University, Xi'an 710032, China;
3 Department of Cardiology, Xijing Hospital, Fourth Military Medical University, Xi'an 710032, China)

ABSTRACT Objective: To produce natural mouse IgM monoclonal antibodies (MAbs) against low-density lipoprotein and oxidized
low-density lipoprotein with high specificity and activity. Methods: BALB/c mice were fed with high cholesterol diet; The splenocytes
cells were directly fused with Sp2/0 myeloma cells by standard hybridoma production techniques. Hybridomas were selected on the basis
of the ability of supernatant to bind natural LDL and oxLDL in indirect ELISA. Hybridomas were identified by western blotting and
immunoprecipitation. Results: The hybridomas producing anti-LDL and anti-oxLDL antibodies were screened by enzyme-linked
immunosorbent assay (ELISA) and isotype was identified. Two hybridoma cell lines, named 5G8, and 2H7, were developed which could
secrete anti-LDL MAbs stably. One hybridoma cell lines, named 3A6 was developed which could secrete anti-oxLDL MADbs stably. The
three hybridoma cell lines were all belonged to IgM subclass, and no cross reactions were found between these MAbs. The specificity of
MAD was determined based on activity of western blotting and immunoprecipitation. Conclusion: The natural mouse IgM monoclonal
antibodies (MAbs) against LDL and against oxLDL with high specificity and activity were produced successfully by using standard
hybridoma production techniques, which could provide potential tool for the research on lipid metabolism and atherosclerosis progression.
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Fig.l Protein electrophoresis detected purified human LDL and oxLDL
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Fig.2 Western blot analysed the identification of antibodies to the
denatured LDL and the denatured oxLDL A: LDL (1) 5G8 (2) 2H7 (3)
3A6; B: oxLDL (1) 5G8 (2) 2H7 (3)3A6
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Fig.3 Immunoprecipitation analysed the identification of antibodies to the
natural LDL A: LDL (1) Protein marker (2) 5G8 (3) 2H7 (4) 3A6; B:
oxLDL (1) Protein marker (2) 5G8 (3) 2H7 (4) 3A6
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Fig.4 Indirect ELISA detected the combination of 3A6 with BSA, 4h,
16h-oxLDL and Mix-oxLDL, respectively
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