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Introduction DARPins® mediate specific T-Cell Activation Specificity Assessment (Alanine/X-Scan)
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target cells which present either endogenously or exogenously formed SLL:HLA-A0201 complex at the cell membrane.

* DARPIn® proteins are small binding moieties (11-15kDa; 300-500bp genes) whose binding surface may still fully cover
the entire peptide region of a pMHC. Individual DARPin® domains may be easily assembled into multi-specific, single
polypeptide molecules

Figure 5: Analysis of DARPIn® interactions with the SLL:HLA-A0201 complex.

5a/b) Results of Alanine-scan. Each amino acid of the target peptide sequence was sequentially replaced by alanine in the indicated position. Anchoring
positions P2/P9 were substituted together. T2 cells were pulsed with each of the mutated peptides and incubated with effector CD8* T cells for 4 hours in
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DARPIn® candidates in a T-cell engager format: NY_1xCD3 and NY_2xCD3. Search for potential cross-reactive peptides using the Expasy Prosite database (https://prosite.expasy.org/scanprosite/) identified 43 unique human

M9 (Ag") U26681 (Ag") MCF-7 (Ag) peptide sequences for NY_1xCD3 and 68 unique human peptide sequences for NY_2xCD3 that is comparable to values previously reported for natural

4 e e e e e At T-cell receptors. Potential cross-reactivity to these peptide hits will be analyzed in further specificity characterizations.
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NY 2XCD3 Gictar Dichroism measurement 1 high temperature stability up to 70° C (NY_1xCD3) Figure 4: DARPIin® mediated T cell cytotoxicity. Pulsed (PT2) or unpulsed TAP-deficient T2 cells (NP T2) (a-d) or HLA-A2*/ NY-ESO-1* tumor cells complexes. The outstanding biophysical properties, capacity for multi-specific formatting and level of specificity exhibited by pMHC-specific DARPIn®
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R Mx‘ % different binding kinetics despite comparable KD values. T2 cells or tumor cell lines obtained by the chromium release assay is plotted for different effector to target ratios (E:T). Ag: antigen/NY-ESO-1
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ERENE NN B wammmmmmwnmwww  NY_2xCD3: Ka: 2.55E+06 1/Ms; Kd: 1.90E-02 1/s; KD: 7.45E-09 M NY_1xCD3 and NY_2xCD3 mediate T cell cytotoxicity against peptide-pulsed T2 cells or tumor cell lines presenting the SLL:HLA-A0201 complex.
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