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GeoMx® digital spatial profiler (DSP; Nanostring Technologies) analysis was conducted on 5 ym thick FFPE
sections from paired baseline and on-treatment patient samples. Regions of interest (ROI) were selected by
SYTO13 (nuclear), TTF-1 (lung adenocarcinoma), CD3 (T cells) and CD33 (myeloid-derived suppressor cells)
morphology markers, with the latter three conjugated to AF555, AF594 & AF647, respectively using Abcam
kits. Next-generation sequencing (NGS) was performed on isolated probe barcodes from the Cancer
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Transcriptome Atlas RNA panel (>1,800 cancer-related genes) supplemented with probes for METex14, g e A ) MDSC/newtrophil  Treg cwotogc\neu B cell NK cell Golgi transport
CEACAM5, CEACAM6, CLDN varl & CLDN var2 using a NovaSeq6000. Technical and biological quality checks Pre-tepotinib | SehotinERtisiid €©@ < e %ié:?i ‘@ ) W

were conducted on NGS results prior to third quartile normalization and statistical analysis. Unless otherwise . . . Cancer cell Fibroblast Macrophage Dendritic cell Platelet

o . . . : . : . C Figure 5: k-means clustering of spatially deconvoluted cell types of
specified, a linear mixed model with Benjamini-Hochberg correction was used to determine significantly ROIs. In the pre-tepotinib tumor the ROIs cluster together spatially as Figure 9: Schematic of tumor microenvironment and changes occurring under tepotinib treatment
altered gene expression. Spatial deconvolution was performed within the GeoMx analysis suite followed by well as from their cell type composition, while ROIs in the tepotinib- based on gene ontology results? from significantly altered genes more than 1.5-fold prior to and
k-means cIustering using in-house R scripts. treated sample differ substantially in their cell type composition and the following tepotinib treatment; biological processes, molecular functions and cellular components
tumor is divided into three clusters. involvement are shown for each patient sample. Figure was generated using BioRender.com.
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