Spatial analysis characterises cellular immunotypes of in-transit melanoma associated with response to anti-PD1-based
checkpoint inhibitor immunotherapy
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« In-transit metastasis (ITM) refers to metastatic lesions between the ¢ Pre-treatment ITM sample showed co-location of CD4 T cells (cluster 0), CD8 T cells (cluster 7), B cells (cluster 8) and HLA-A"9" melanoma cells (cluster 5).
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Figure 1. Spatial analysis of pre-treatment ITM sample responsive to anti-PD-1 and anti-CTLA-4 immunotherapy. spatiall

. . . . (A) Clustering (UMAP) of all cells using average cell marker expression. (B) Average cell expression of top 5 markers in clusters of tumour and immune cells.
* We performed 41-plex PhenoCycler imaging on whole-tissue slides  gpatial expression of CD20 (B cell marker) (C) and CD3 (T cell marker) (D). (E) Spatial location of tumour cells and lymphocytes at the invasive margin.
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Figure 2. Spatial analysis of pre-treatment ITM sample non-responsive to anti-PD1 immunotherapy.
(A) Clustering (UMAP) of all cells using average cell marker expression. (B) Average cell expression of top 3

CD3 T cell, ICOS inducible T cell costimulator, VISTA V-domain immunoglobulin suppressor of T cell activation, markers in clusters of tumour cells. (C) Average cell expression of top 3 markers in clusters of immune and stromal
TIM3 checkpoint receptor, SOX10 melanoma, DAPI nucleus stain cells. (D) Spatial location of tumour cell clusters (subtypes). (E) Spatial location of immune and stromal cell clusters.
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Our results demonstrate patterns of immune cell recruitment, functional phenotypes and cellular neighbourhoods associated with
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