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= Human CD34+ cells were cultured in StemSpan SFEM II together with their associated hematological toxicities. SMDM 0,000 0,004 0,001 ).00068 Trastuzumab >200 >200 >200 >200
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= Four clinically approved ADCs representing distinct payload EDf::bIIShme.nt Osf In vitro Hematopoietic DMDM demonstrated preferential cytotoxicity toward the Trastuzumab-DM1 exhibited dominant cytotoxicity across HSPCs
classes were evaluated: trastuzumab vedotin (MMAE Class) Ifferentiation yStem megakaryocytlc Ilneage, while DXd and DM1 displayed hlgher and three Iineages, trastuzumab-DXd showed reduced toxicity

! toxicity toward the erythroid lineage. MMAE exhibited no toward all lineages.
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duocarmazine (DM class), and trastuzumab emtansine (DM1 Erythroid Differentiation Myeloid Differentiation DMDM: Duocarmycin DM; DM1: Mertansine; DXd: Exatecan
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Cytotoxicity was assessed using the CellTiter-Glo

Luminescent Cell Viability Assay (Promega).
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= For clonogenic assays, treated CD34+ cells were plated in
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= This study demonstrates that primary CD34+ HSPCs and —' cD34 —

their differentiated lineages provide a robust in vitro model —
to assess hematotoxicity potential for ADCs.
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_ _ L _ . Human CD34+ HSPCs were differentiated toward the erythroid, BFU-E CFU-GM
= This model enables early identification of lineage-specific myeloid, and megakaryocytic lineages and subjected to DXd 1.54 113
risks and provides a basis for the preclinical development of immunophenotypic characterization via flow cytometry. CD71 and Doxorubicin 0.60 15.89
ADCs, guiding payload selection and target validation to CD235a for the erythroid lineage, CD13 and CD15 for the myeloid CFU-GM MMAE 0.28 0.34
minimize hematotoxicity. Future work will expand to include lineage, and CD45 and CD41 for the megakaryocytic lineage. Colony forming unit myeloid MMAF 74.90 24.89
more ADCs and investigate payload release kinetics in
lineage-specific niches. MMAE exhibited higher cytotoxicity compared with DXd, Doxorubicin and MMAF. Doxorubicin showed preferential cytotoxicity toward the

erythroid lineage relative to the myeloid lineage. MMAF: Monomethylauristatin F.
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