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Introducing FcyR Clustering in the Assay Design Helps Identify a Strong
Agonistic Effect in Antibodies Previously Established as Antagonists
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Abstract

Checkpoint blockade antibodies, or checkpoint inhibitors, are established as effective cancer therapeutics. A contrasting class

of therapeutics, agonistic checkpoint antibodies, has recently emerged for attenuating inflammation in autoimmune diseases. PathHunter Jurkat PD-1 Signaling Assay Principle
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Despite showing clinical promise, their development remains challenging due to limitations in conventional checkpoint assay o
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backgrounds, we have established a specific and robust assay design for several key checkpoint receptors such as CD40,
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Is optimized as a thaw-and-use format, exhibiting high reproducibility with ease of execution, and is qualified for potency
and stability studies as needed for commercial release testing in a quality-controlled environment.
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7 . Figure 3. Including FcyR clustering cells in the assay design captures enhanced agonistic activity of antibodies previously defined as antagonists.
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| Cancer ' Autor A. The PathHunter Jurkat PD-1 Signaling Assay measures SHP1 recruitment to PD-1 ITIM motifs. When U20S PD-L1 Ligand Cells are co-cultured with Jurkat
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Tcell e Cell Death T-cell ' Diseases PD-1 Signaling Cells, PD-L1 activates the PD-1 receptor and the SHP1 or SHP2 SH2-EA enzyme fragment fusion protein is recruited to PD-1 tagged with the
_ TceII complementary ED tag. Anti-PD-1 antibody disrupts the interaction between PD-1 and PD-L1, inhibiting PD-1 signaling, resulting in a loss of EFC-derived
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Activation Inhibition chemiluminescent signal. B. In antagonist mode, the PathHunter Jurkat PD-1 (SHP1) Signaling Assay exhibits dose-dependent blocking of PD-1 activation

by anti-PD-1 antibody (NAT105). C. Including FcyR clustering cells in the assay design elicits enhanced agonistic activity driven by anti-PD1 antibodies like
pembrolizumab in the Jurkat PD-1 signaling assay. D. FcyR mediated clustering significantly enhanced pembrolizumab's (a well-known anti-PD-1 therapeutic)
agonistic activity in the Jurkat PD-1 Signaling Assay. E. and F. Results from the PathHunter Jurkat BTLA and CTLA4 Signaling Assays. These assays measure
SHP recruitment as an activation mechanism. U20S mFcyR2b cells enhance the agonistic effect of anti-BTLA and anti-CTLA4 antibodies as observed by the
increased efficacy and potency in the presence of clustering cells compared to the antibody alone.

Functional Cell Based Assays for Checkpoint Receptor Targets Based on
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ED and EA enzyme fragments. This results in the formation of a functional enzyme that hydrolyzes the substrate to generate a chemiluminescent signal that
Is proportional to the amount of NIK stabilized and accumulated in the cells.
Clustering Mediated Agonistic Response to Pembrolizumab is Correlated to FcyR1a Cell Surface Expression
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Incubate assay design aids in clustering the antibodies
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through QC lot release. These cell-based, MOA-reflective functional assays are robust and sensitive.
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Eurofins DiscoverX cell-based assays for checkpoints with FcyR clustering cells enable screening and
characterization for clinical development applications as well as potency lot-release testing for
commercial release of agonistic antibodies.
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