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Introduction Results ex vivo Results in vivo

Concept: Slow release of active T-cell engager (TCE) to avoid high C_ ., continuously increase CD3-SRD TCE displays delayed and reduced cytokine release ex vivo Study aim: Evaluate impact of Blocker affinity on anti-tumor efficacy in vivo
bioactivity, and ultimately reduce risk for toxicity .
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Figure 1: Slow release concept: dissociation of non-covalently bound, high affinity Blocker from TCE-Blocker complex (hereafter termed CD3-slow release DARPIn® TCE) over time leads to 0 2 4 8 24 0 2 4 8 24 with 1 human blood donor. Cytokine release was determined by Meso Scale MULTI-ARRAY®
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* Shimabukuro-Vornhagen et al. 2018, Goebeler and Bargou 2020

Ideal Blocker affinity to hit the sweet spot depends on serum half-life of TCE

CD3-SRD TCE toolbox

Generation of Blockers with various affinities to explore the concept Study aim: Evaluate impact of Blocker affinity on cytokine release in vivo Conclusion:
= Off-rate (k.4) of Blocker from CD3-binder defines the release rate of active TCE Safety study design Donor 1 and 2 . _
= A panel of Blockers with a range of high affinities was generated (KD<1 pM to KD~200 pM) O Vehicle O Slow release concept works in vivo:
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Figure 2: Off-rate (k) of Blockers determined by Surface Plasmon Resonance (SPR) measured at room temperature. Blocker C displays the slowest off-rate and the lowest equilibrium TCE CD3-slow release DARPIN® TCE E ; ; ) ..
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Figure 6: Tumor growth curves of in vivo efficacy study comparing anti-tumor activity of DARPIn® TCE to DARPIn® TCE in complex with Blockers B or C in MOLM-13 tumor-bearing, PBMC engrafted
NOG mice. Tumor growth curves are plotted as mean = SEM for n=10 mice humanized with PBMCs from 2 donors (5 mice each). Treatment period starting on d6 and ending on d16 is indicated.
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ml-?; Ty *2 3 (corresponding to tumor cells) was determined at regular intervals. Error bars show Figure 7: Cytokine levels (TNF-a, IFN-y, IL-2 and IL-6) in blood samples taken prior or post a single dose treatment with 1000 pg/kg DARPIn® TCE or 1000 pg/kg DARPIn® TCE + Blocker B or C in two
Time (hours) I T I standard error per image (36 images per well). independent in vivo safety studies with established tumors (300-800 mm3). Cytokine levels are plotted as mean = SD for n=10 mice (except for DARPIn® TCE lower row, n=9) humanized with PBMCs
from 2 donors (4 or 5 mice each). Cytokine levels were determined on serum samples by CBA human Th1/Th2/Th17 kit.
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