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using the Vectra® Polaris multispectral platform, followed by Figure 2: A) By identifying the same cells across registered serial sections using multilayered interactomics network, we integrated spatial data from isPLA and multiplex panels to uncover multiple
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Image registration and alignment via BigWarp landmarking for serial sections using Phenocycler Fusion system. D-F) Three serial sections stained Naveni Flex, interaction modalities. B) A neighborhood clustering heatmap derived from the spatial distribution patterns of various cell types. C) Cell typing analysis D) Cellular neighborhoods in relation to the

spatial comparison across serial sections. Cell segmentation and = Ngayeni Plex and a multiplex immune panel imaged using the Phenocycler-Fusion. Scale=50 um clustering algorithm across three different interaction modalities.

classification were conducted in QuPath, and spatial data were | G) Spatially alignment of images using landmark-based registration in BigWarp (Fiji) to enable
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nelghborhfaods, Interaction  densities, anq dlstange—ba§ed hotspots to map cell-cell interactions networks. microenvironment. This multilayered spatial approach reveals immune interaction patterns that may support improved patient stratification and guide
relationships to tumor and stromal boundaries, allowing high- personalized immunotherapy strategies.

resolution mapping of immune hotspots and suppression zones
within the TME.

Acknowledgement

The Passe and Williams Foundation and the Princess Alexandra Research Foundation



	Slide 1

