Processing and visualization of non-prostate samples
Filtering of UMI counts was performed using the InputFromTable function in STUtility. Genes were removed if they were present in less than 5 spots or had a total UMI count below 100. All spots containing less than 500 UMI counts were also removed. The top principal components were selected as follows: top 20 components for human squamous cell carcinoma, human lymph node, human glioblastoma multiforme, human invasive ductal breast carcinoma and top 10 components for the childhood brain tumour were used. The expression-based clustering was done by, (1) constructing a shared nearest neighbour (SNN) graph (FindNeighbors) from the previously established components and (2) running FindClusters with the following resolution parameter settings: res = 0.8 for human squamous cell carcinoma, human lymph node, human glioblastoma multiforme and human invasive ductal carcinoma and res = 0.2 for the childhood brain tumour. Finally, a two-dimensional UMAP embedding was constructed from the previously established top principal components for each tissue type. For the human lymph node, differentially expressed genes for each Seurat cluster was determined using the FindAllMarkers function, only testing genes detected in at least 25% of the spots in either of the two populations, i.e. cluster or background.


