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GRAPHICAL ABSTRACT & INTRODUCTION RESULTS

A Novel Platform for Creating Off-the-shelf Multiplex-Engineered Multi-Loci Engineering of Clonal iPSC Master Cell Lines with Six Edits to Drive Anti-Tumor Activity and Persistence IPSCs with Engineered Immune-Evasion Modalities Robustly Differentiate into NK cells
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Figure 1. High precision, simultaneous multi-loci engineering of minimal conditioning iPSC clones from a multiplexed-engineered foundation line. (A) A multiplexed-engineered iPSC foundation line was generated from reprogrammed multiple rounds of highly efficient, on-target engineering with simultaneous editing at multiple loci
3. Ablation of MHC class Il molecules via knockout of the Class Il Transactivator (C||TA) to healthy donor fibroblasts that were engineered for simultaneous knock-in of the IL-15RF and hnCD16 at the CD38 locus. (B) Design of donor construct for simultaneous transgene knock-in into the CD38 locus to facilitate CD38 gene disruption. (C)
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e In the first stage, a clonal foundation iPSC line was established incorporating IL-15/IL-15 consists of triple-loci engineering in which CAR knock-in was directed to a safe harbor locus while gRNAs targeting B2M and CIITA were simultaneously administered for knockout. Engineered iPSCs were single cell sorted for transgene
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subcloned to knockout B2M and CIITA and knock-in a tumor-targeting CAR simultaneously the transgene marker (blue) compared to non-engineered iPSCs (grey). CAR-INK cell therapies for use in patients with minimal requirements for immune suppression chemotherapy conditioning



