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Introduction Enhanced T-cell mediated Cytotoxicity TriTCE Co-Stim Facilitates Desirable T-cell Engagement

Low T cell infiltration and T cell anergy are challenges for the treatment of solid
tumors with conventional CD3-engaging bispecific T cell engagers (TCEs)'" By SNU 601 KATO-II SKOV-3
providing balanced activation of “Signal 1” (CD3) and “Signal 2” (CD28) in a single R cromee
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Figure 5. TriTCE Co-Stim molecules display superior cytotoxic potency in long term low E:T co-cultures. Antibody Concentration (pM) Antibody Concentration (pM)
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TriTCE Co-Stim formats exhibit antibody-like developability A Figure 9. TriTCE Co-Stim displays desirable T-cell engagement and does not cross link T cells in trans.
with differential /n vitro properties? CLDN18.2 C DLL3 TriTCE Co-Stim molecules need CD3 engagement on T-cells in order to bind CD28, therefore CD28
A B engagement is conditional. No T-cell binding is observed with the CLDN18.2 TriTCE Co-Stim CD3 null (A).
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> . N N labelled with dye in the presence of TriTCE. No T-cell bridging is observed with both CLDN18.2 and DLL3
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® (Desired Characteristics) z z article and T cells were incubated with CellTox™ green and signal was measured 48 hours post incubation.
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ependent: Figure 7. TriTCE Co-Stim molecules Increases T cell proliferation and upregulation of anti-apoptotic
Cytotoxic Potency marker Bcl-xL. Test articles were incubated with CellTrace™ Violet-stained T cells co-cultured with tumor 0 0-
= cells (SNU 601 cells for CLDN18.2 and NCI-H82 cells for DLL3 at 5:1 E:T) for 5 days and assessed by flow , , , ,
Vield (ma/L) cytometry (A, C). Test articles were incubated with T cells co-cultured with SNU 601 cells for CLDN18.2 ® CLDN18.2 TriTCE Co-Stim ® D_LL3 T_”TCE Co-Stim
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Figure 3. TriTCE Co-Stim antibodies with various paratope formats and geometries are engineered using . . . . . ® Mitogen
the Azymetric™ and EFECT™ platforms to optimize the therapeutic window. Schematic representation of Enhanced Anti-tumor ACtIVIty iIn Humanized Xenograft Models ® Negative Control
a subset of formats tested using multiple tumor targeting TAA. (A) Summary of desired target-dependent
properties of TriTCE Co-Stim achieved by optimized format design¥ (B). TriTCE Co-Stim formats that exhibit Figure 10. Predictive /n vitro model for cytokine release syndrome (CRS). IL-2 production in a solid phase
potent cytotoxicity of target cells, target-dependency, acceptable yield, and thermal stability are selected A CRS assay is correlated with severity of CRS by TGN1412, an anti-CD28 superagonist antibody>8. To test
through extensive screening /n vitro (C). T IL-2 production, immobilized test articles (1 ug/well) were incubated with PBMCs for 48 hours and cytokine
TriTCE Co-Sti Lead F Sel . CLDN18.2 TriTCE Co-Stim AMG 910 Negative Control levels were measured from supernatants via MSD. CLDN18.2 TriTCE Co-Stim (A) and DLL3 TriTCE Co-Stim
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- Assessed TriTCE Co-Stim relative to first generation CD3-engaging bispecific TCEs Days Post-PBMC Injection Days Post-PBMC Injection Days Post-PBMC Injection  No histopathological changes observed in the stomach, where CLDN18.2 is expressed’
* Interrogated mechanism of T cell engagement relative to benchmark trispecific TCEs Figure 8. /n vivo efficacy following treatment with TriTCE Co-Stim molecules. NCG mice (n=6) were * Other his.topathological changes were secondary to decreased food consumption and
) ) ) ) injected SC with SNU 620 target cells, engrafted with human PBMCs, and treated intravenously with body weight loss
- Determined safety in NHP tox for CLDN18.2 lead TriTCE Co-Stim CLDN18.2 TriTCE Co-stim g1wx4 and full tumor regression is observed in 5/6 mice (A). PBMC-engrafted
SHP-77 (SC) xenograft mouse model used to evaluate DLL3 TriTCE Co-Stim /n vivo efficacy. Tumor volume
Figure 4. Workflow Established for the Development of TriTCE Co-Stim Platform?. over time of mice treated intravenously with DLL3 TriTCE Co-Stim, AMG 757 and irrelevant mAb. Full or
partial tumor regression is observed in 4/7 mice treated with DLL3 TriTCE Co-Stim when IV treated qlwx4.
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TriTCE Co-Stim antibodies with various paratope formats and geometries are engineered using the Azymetric™ and EFECT™ platforms. The evaluation of multiple formats, geometries, and
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* No systemic cytokine release in an /n vivo CRS model study Days Post-Treatment e Vehicle e CLDN18.2 TriTCE Co-Stim

« CLDN18.2 TriTCE surrogate well tolerated in NHP3 e CLDN18.2xCD3 Bispecific TCE ~ ® Superagonist aCD28
References: - . e ol & » Figure 11. No systemic toxicity is observed in /n vivo models for cytokine release syndrome (CRS).
1. Arvedson T., et al. . Targeting Solid Tumors with Bispecific T Cell Engager Immune Thera Vol. 6, pp.17-34). . . . .
2. Newhook L., et al. 2023. TRI'?CE C?O-Stim: A Novel Trispegific T Cell Engage? Platform, with Int@érated CIIDDSB Costimulation, Engineered to Widen the Therapeutic Window for Treatment of Poorly Infiltrated Tumors. [Poster Presentation] SITC. San Diego, CA hUPBMC_e'ngrafted were treated with 1mg/kg test article and bOdy Welght IO.SS was Qbserved Wlth
3. Newhook et al., 2024. TriTCE Cp-Stim: A next generation trispecifip T-cell engager platformlwi’Fh integrated CD28 co;timula}tion, engineered to improve responses in the treatment of solid tumors. (Poster Presgntation) AACR. San Diego, CA. Superagomst aCD28 (ANC28’|/5D’| O) (A) and IL-2 prod uction is correlated with Seventy of Cytokme release
4.Repenning et al., 2024. DLL3 TriTCE Co-Stim: A next generation Trispecific T cell engager with integrated CD28 co-stimulation for the treatment of DLL3-expressing cancers. (Poster Presentation) AACR. San Diego, CA. 56 . . . . . .

z m ewo r\ I(S 5.Eastwood D., et al. 2013. Severity of the TGN1412 Trial Disaster Cytokine Storm Correlated with IL-2 Release. Br J Clin Pharmacol. syndrome by TGN1412~>°. High levels of systemic cytokine production was also observed with superagonist
y (Vol. 76, No. 2, pp.299-315). aCD28 6 h post-treatment when compared to CLDN18.2 TriTCE or Bispecific control (B). Superagonist
6. Newhook L., et al. 2023. TriTCE Co-Stim, Next Generation Co-Stimulatory Trispecific T cell Engagers for the Treatment of Solid Tumors. [Poster Presentation] AACR. Orlando, FL P . . . P ) P . 0 P 9 .
7. Tlreci O., et al. 2011. Claudin-18 gene structure, regulation, and expression is evolutionary conserved in mammals. Gene. (Vol. 481, No 2, pp 83-92). aCD28 used for /n vivo assessment is ANC281/5D1 0 (mIgG1) CLDN18.2 TriTCE Co-Stim is cross-reactive
t Following molecules were produced in house: AMG 910 (CLDN18.2/CD3 BiTE), ASP2138 (CLDN18.2/CD3 2+1 bsAb) and AMG 757 (DLL3/CD3 BiTE) with mouse CLDN18.2 (data not shown).
+ TGN1412 replica produced in-house
PEGS Boston § CD3xCD28xTAA CODV Analog is a CD3xCD28xMSLN trispecific with the same format as the Sanofi Trispecific containing a CD3xCD28 CODV-Fab; produced in-house.
2024 * Surrogate CLDN18.2 TriTCE Co-Stim exhibited ~10 fold increased cytotoxic potency vs. lead TriTCE Co-Stim and ~15-fold reduced cytotoxic potency vs. AMG 910 in cynomolgus T-cell dependent cytotoxicity asssays in vitro

9 Image Created with BioRender.com



	Slide Number 1

