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Hypothesis: INCAGN1876 binds to GITR expressed on the surface of recently activated T cells and facilitates GITR clustering via
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was found to engage a conformational epitope located within a B-turn of the extracellular domain of GITR. This 5. Human PBMCs stimulated with INCAGN1876, 1580, or isotype control antibodies alone. Combination Combination Combination
antibody binding site modified the equilibrium of GITR monomer, dimer and trimers to promote receptor C. Activated primary human PBMCs (48 hours with an anti-CD3 antibody) re-stimulated with A
oligomerization, resulting in downstream NFkB signaling. Notably, this mode of INCAGN1876 receptor engagement INCAGN1876,1580, or isotype control antibody. ponort poner o

9 ! 9 9 9. Y P gag D. Activated primary human PBMCs re-stimulated with GITR antibodies together with TCR
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A. GITR-expressing T cells (Jurkat) were treated with or without bis(sulfosuccinimidyl)suberate (BS3), lysed, and immunoprecipitated

) ) using GITR antibodies (either INCAGN1876 or 1580 [a reference GITR antibody]) versus pull-down with an isotype control antibody. INCAGN1876: _ _ _ _ _ _
The GITR Pathway Promotes T Cell Co-stimulation Samples were separated by SDS-PAGE, transferred to nitrocellulose, and blotted for detection of GITR. | o INCAGN1876 * INCAGN1876 preferentially binds to dimers, trimers, and higher order GITR complexes, as compared with
5. Western blot signal was normalized within a lane and within the cell lysate fraction. Significant P values were calculated with : (SHETENES Gl 2o _ - _ _
Paradigm: GITR signaling in the context of TCR activation enhances effector T cell activation, cytokine production, and the 2-stage step-up method of Benjamini, Krieger, and Yekutieli.5 Each column represents n = 3 individual experiments and * INCAGN1876 promotes GITR forward signaling in recently activated T cells in the presence and absence of
survival (modified from ref. 1). error bars represent standard deviation. concomitant TCR stimulation

Average receptor clusters per cell

« INCAGN1876 efficiently promotes the formation of GITR clusters on the surface of cells that correlates with
GITR forward signaling
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APC engagement Isgpype INCAGN1876 — Enhance recently activated tumor-specific T cell function in the absence of APCs
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