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in ovarian tumoroids using Nilogen’s 3D-EXpress platform

Background Ovarian Tumor Histology & Pathology
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markers. Figure 3. MUC1 expression and clinical/ pathological characteristics across ovarian cancer tissues. A. Clinical and pathological characteristics of ovarian cancer patient samples used for tumoroid Figure 4. Ovarian tumoroids with high MUC1 expression undergo significant tumor cell killing when treated with MUC1-TCE. £
o In parallel, culture supernatants were collected and analyzed using multiplex cytokine assays to generation. These samples encompass distinct ovarian cancer subtypes and disease stages, providing a diverse set of tumor microenvironments for downstream functional analyses. A. Ovarian samples with low MUC1 expression (OC-1 and -2; top) did not achieve significant tumor cell killing when treated with Eu
quantify So,luble mediators associated with immune activation and cytotoxic responses B. Representative MUC1 immunohistochemistry (IHC) images from four ovarian cancer tumoroid samples, illustrating heterogeneous levels of MUC1 expression across the cohort. MUC1 staining intensity MUC1-TCE compared to isotype control (MUC1-TCE vs. Isotype Control). Ovarian samples with high MUC1 expression (OC-3 and -
' and distribution varied across samples, enabling stratification into MUC1-low and MUC1-high groups. H-scores were quantified using QuPath and calculated as: (% cells with weak staining x 1) + (% cells 4; bottom) achieved significant tumor cell killing when treated with MUC1-TCE compared to isotype control (MUC1-TCE vs. Isotype <
o Tumor cell killing (TCK) was quantified using high-content confocal imaging. Live tumoroids were with moderate staining x 2) + (% cells with strong staining x 3), yielding a total score ranging from 0 to 300. The percentage of MUC1-positive cells was determined by dividing the number of MUC1-positive Control). B. Representative images of tumoroids stained with MUC1 antibody, with MUC1 Low on top (OC-2) and MUC1 High on the <
stained with viability fluorescent dyes. Following 3D image acquisition and segmentation, TCK was cells by the total number of cells within each tissue section. Together, these metrics provide a quantitative assessment of both staining intensity and tumor cell positivity, supporting the classification of bottom (OC-4). C. Representative images of ovarian cancer tumoroids with low TCK (few green cells) and high TCK (many green &
calculated as the percentage of dead cells relative to the initial viable cell population. samples based on target expression levels for downstream analyses. cells). D. Representative images of ovarian cancer tumoroids stained with tumor markers EpCAM or Lamin A/C antibodies.
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demonstrates retention of key cellular compartments within tumoroids, including tumor cells (PanCK), immune cells untreated tumoroids reveals heterogeneous immune composition across Figure 6. Enhanced T-cell Activation in Response to MUC1-TCE in Ovarian Cancer Tumoroids. MUC1-TCE treatment induced increased expression of activation markers (CD25, CD69,
(CD45), stromal cells (SMA+ fibroblasts), and vascular elements (CD31). Nuclei are shown in blue. These results samples. Baseline T cells exhibit expression of activation and inhibitory 4-1BB, OX40) and cytotoxic marker GRZB, with more pronounced effects observed in MUC1 High samples (OC-3 and OC-4). Upregulation of inhibitory/exhaustion-associated markers (PD-1 o Integration of cytokine measurements, immune phenotyping, and tumor cell killing assay provide a scalable approach
highlight the ability of the 3D tumoroid platform to maintain cellular heterogeneity and spatial organization of the native markers, including CD69, HLA-DR, and PD-1, indicating a partially and TOX) was also observed, consistent with T-cell activation. The Immune Activator control elicited robust activation across all markers, confirming assay responsiveness. Heatmaps for characterizing mechanisms of action of MUC1-targeted agents and supports continued development of bispecific
tumor microenvironment. activated/exhausted phenotype. summarize the frequency (%) of activation and inhibitory markers on CD4+ and CD8+ T cells. immunotherapies for solid tumors.
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