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Biological activity detection of the anti-LAG3 antibody 8F -6 based on
a nuclear factor of activated T-cell (NFAT) signaling pathway

MENG LiuXian®* WEI ZhenHua® XIONG XueYang XU LiDa WU YiXin
LIANG Meng® YU ChangYuan®

(College of Life Science and Technology, Beijing University of Chemical Technology, Beijing 100029, China)

Abstract: Lymphocyte activation gene-3 (LAG3) plays a negative regulatory role in T cell activation and prolifera-
tion. Blocking LAG3 molecules with monoclonal antibodies can enhance the cytotoxicity of T cells toward tumors.
Bioactivity detection platforms for anti-LLAG3 antibody are therefore of great significance for immunotherapy. In our
earlier work, a fully humanized anti-LLAG3 monoclonal antibody 8F —6 was obtained by hybridoma fusion and anti-
body humanization technology. Jurkat —NFAT -Luc2-LAG3 and Jurkat —NFAT —Luc2-LAG3-CD3zeta cells were
constructed based on a nuclear factor of activated T-cell (NFAT) signaling pathway. In this study, the affinity and
blocking effect of antibody 8F -6 were detected by enzyme-linked immunosorbent assay ( ELISA) and flow cytome-
try using the previously constructed cells. The results showed that antibody 8F —6 had good affinity for the LAG3
molecule, and could block the binding of major histocompatibility complex II (MHC 1I) to LAG3. In the reporter
cell detection platform, antibody 8F -6 could activate Jurkat — NFAT - Luc2-LAG3-CD3zeta cells with the assis-
tance of CHO—-KI1-FCGRIA cells. In the reaction system containing Daudi/Raji cells, human Staphylococcus au-
reus enterotoxin E (SEE) and Jurkat —-NFAT —-Luc2-LAG3 cells, antibody 8F -6 significantly improved the activa-
tion effect of Jurkat —NFAT —Luc2-LAG3 cells compared with the control antibody IgG1.

Key words: anti-LLAG3 antibody 8F —6; NFAT signaling pathway; flow cytometry; reporter gene assay
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