TriTCE Co-Stim, Next Generation Co-Stimulatory Trispecific T cell Engagers for the Treatment of Solid Tumors w-’ !

Lisa Newhook?, Purva Bhojanel, Peter Repenning?, Diego Perez Escanda?, Nichole Escalante?, Patricia Zwierzchowskil, Alec Robinson?, Lauren Clifford?, Harsh Pratap?, David Douda?, Alexandra Livernoist, Chayne L. Piscitellit, Nicole Afacan®,
Thomas Spreter von Kreudenstein?!, Nina E. Weisser!

Author Affiliation: 2Zymeworks Inc., Vancouver, BC, Canada

TriTCE Co-Stim Antibodies Generated Using the Azymetric™ CLDN18.2 TriTCE Co-Stim (CLDN18.2 x CD3 x CD28) Molecules CLDN18.2 TriTCE Co-Stim Molecule Exhibits Superior in vivo

Introduction and EFECT™ Platforms Support Enhanced T cell Mediated Activity in vitro Anti-Tumor Activity in a PBMC-Engrafted Xenograft Model

Enhanced long term cytotoxicity of CLDN18.2-expressing target cells co-cultured
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(TCR) in the absence of co-stimulation can result in T cell anergy, limiting the activity and durability of bispecific TCE antitumor o " co-cultures. Test articles were incubated with human T cells co-cultured with SNU 601 (A) or KATO Il (B) cell lines for 7 days at 3 /2/* /
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Figure 4. TriTCE Co-Stim antibodies with various paratope formats and geometries are engineered using the Azymetric™ and g 0 " 10 " 20 0 A 10 " 20
EFECT™ platforms. (A) Schematic representation of a subset of TriTCE Co-Stim antibody formats. (B) Representation of the Reduced, Avidity-Driven T Cell Binding =
impact of paratope format (scFv vs. Fab) and geometry on the binding affinities to CD3 and CD28 for a subset of formats with Days Post-Treatment
Co-stimu|atory trispecific TCEs (TrlTCE Co-Stim) have the potential to provide the same CD3 and CD28 paratopes. (C) Representation of affinities following CD3 and CD28 paratope engineering for one TriTCE A
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Figure 3. CD3 and CD28 paratope engineering. (A) Surface representation of CD28 homodimer structure (modelled using 1YJD) —4— CLDN18.2 Bispecific TCE - Negative Control contribute to improved clinical outcomes.
highlighting epitopes for Zymeworks’ (ZW) conventional agonist vs super-agonist antibodies. (B) Cartoon representation of the ’
full TCR complex (modelled using 7FJD) with surface representation of CD3-& domain, highlighting for ZW (conformational) vs the Figure 6. in vitro high throughput screening to assess TriTCE Co-Stim formats. Test articles were incubated with T cells co-
N-terminal (linear) epitopes. (C) A library of conventional agonist paratope variants with a range of CD28 binding affinities cultured with TAA-expressing tumor cell lines (A,B) or in a monoculture of T cells (C) and evaluated for cytotoxicity of target cells Figure 10. Assessment of IFNy and IL-2 production following incubation with CLDN18.2 TriTCE Co-Stim. Test articles were
determined by surface plasmon resonance (SPR). (D) A library of agonist paratope variants with a range of CD3 binding affinities (A) and IL-2 production by T cells (B,C). Formats 2 and 8 from Figure 5 are depicted to exemplify formats exhibiting TAA- incubated with T cells co-cultured with SNU 601 cells and assessed for IFNy (A) or IL-2 (B) production. Cytokine release was
determined by SPR. dependent or TAA-independent T cell agonism, respectively. not observed following incubation of TriTCE Co-Stim with a monoculture of T cells.
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