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development, and provides a human-relevant alternative that staining for HER2 (A) and TROP2 (G) in the indicated PDXO models. (B) 3D real-time live-cell imaging Efficacy of immunotherapies with PDO-TIL co-cultures. A, Flow cytometric analysis of CD4+/CD8+
circumvents the species-specific limitations and animal welfare and (C) quantification of relative organoid numbers in CRC0004A-GFP or CRC0O013A-GFP co-cultured subset dynamics over 3 days post-priming. B, PDOs from breast cancer were co-cultured with autologous
concerns associated with conventional preclinical animal models. with PBMCs and treated with 30 nM IgG1l or anti-HER2-mAb Trastuzumab. D, To better characterize TILs and treated with Nivolumab (anti-PD-1 mAb), Atezolizumab (anti-PD-L1 mAb), or Cibisatamab
L . . the spatiotemporal dynamics of ADCC effect, confocal microscopy demonstrated that Trastuzumab (CEA/CD3-targeted TCE), respectively. Meanwhile, Caspase-3/7 Apoptosis Dye was used to indicate the
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COMPTENENSIVE — UMOT —0rganol ho eg WIEh € |r|c c 9 E I'Orl and robust cytotoxicity. E, Quantification data for Fig.D was based on PDXO size. Data are mean + SD TIL-mediated killing of PDQOs, despite the low expression levels of PD-1 and PD-L1 (data not shown).
microenvironment components, such as CAFs, vascular endothelia (n=4), p<0.05 (*). F, 3D real-time live-cell images of CRC0038A-GFP (TROP2+) or CRC0004A-GFP Cibisatamab elicited robust TIL-mediated antitumor cytotoxicity. Scale bar=100 pym. C, Quantification of
cells, a.nd various immune cell populatlons, to support more efficient (TROP2-) co-cultured with PBMCs at 0, 24, 48, 72 and 96 h after treated with 30 nM anti-TROP2-mAb apoptosis. D, ELISA measurements confirmed that IFN-y secretion was positively associated with
drug discovery for immunotherapies. Sacituzumab. The E:T ratio was 10:1. PDXOs labeled by GFP tag, PBMCs labeled by CellTracker Red immune-mediated killing efficiency. Data are mean £ SD (n=3). p < 0.01 (**), p < 0.001 (***),

dye. D,G, Scale bars=100 um. B,F, Scale bars=400 um.
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