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Introduction

Different TriTCE CPI Geometries Were Screened to Identify Formats Where Addition of Affinity-engineered PD-1 Domain Potentiated

Increased T cell-dependent Cytotoxicity

pecific T Cell Engagers with Integrated Checkpoint Inhibition (CPI) tor the

TriTCE CPI Formats Can be Fine-tuned to Optimize Dendritic Cell
(DC)-Dependent T Cell Activation
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Figure 3. Schematics of in vitroassays used to evaluate TriTCE CPI activity. (A) T cell-dependent cytotoxicity was
determined using a tumor and T cell co-culture cytotoxicity assay with high content imaging. Cytokines produced by T cells
following co-culture were also measured by electrochemiluminescence immunoassay (Meso Scale Discovery). (B) The
affinity engineered PD-1 domain on TriTCE CPI were evaluated for PD-1/PD-L1 checkpoint blockade by a T cell activation
reporter gene assay where production of luciferase was contingent on both PD-1 effector cell (via CD3) and tumor cell
cross-linking (via TAA, PD-L1) and PD-1/PD-L1 checkpoint blockade by the TriTCE CPI. Tumor cells are pretreated with IFNy
24 hours prior to assay to induce upregulation of PD-L1.

Bispecific TCE Bispecific TCE + a-PD-L1 mAb — lrrelevant antibody

Figure 7. TriTCE CPI therapeutics display superior anti-tumor activity compared to bispecific TCE in
preliminary /in vivoassessment. Female NCG mice were inoculated with 5x108 tumor cells (TAAMd/PD-L1/°) 1:1 in

Figure 6. TriTCE CPI formats were evaluated /n vitro to determine the effect of PD-L1 affinity on cytotoxicity, PD-1/PD-L1
checkpoint blockade, and potency on PD-L1+/TAA- cells. Cytotoxicity assays were used to identify TriTCE CPlIs that
activate T cell-dependent tumor killing of (A, D) PD-L1+/TAA+ cell lines but not (B,E) PD-L1+/TAA- cell lines. (C, F) PD-
1/PD-L1 checkpoint assay was used to identify formats which can block PD-1 and PD-L1 interaction while stimulating T cells

in a TAA dependent manner.

Matrigel. Tumors were grown to 100-120mms3, randomized and PBMCs injected IV. Upon randomization, mice

were dosed with 0.01mg/kg TriTCE CPI A, TriTCE CPI B or format matched bispecific TCE (IV — QW; dotted line)
and 5mg/kg a-PD-L1 mAb (IP - BIW) as indicated. Tumor growth was monitored twice weekly. Treatment with

TriTCE CPI A and TriTCE CPI B significantly inhibited tumor growth compared to bispecific TCE control treatment
(p < 0.05). Score indicate the number of mice per group with tumor growth inhibition. These data supports the

utility of affinity engineered PD-1in TCE and trispecific advantage over the bispecific TCE treatment.

improved clinical outcomes.
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