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Cell mixture deconvolution facilitates a map of

Visualization markers enable targeted, informed AOI selection in GBM samples

\ Tumor Infiltrating Lymphocytes across tissues \
«  RNAscope was used to label CD45 (magenta) and Ki67 (green) transcripts. CD45 identifies Immune cell rich regions, Ki67 identifies proliferating cells

Glioblastoma (GBM) is the most .common énd most Iethal' mallgnan.t brain tumor WI’Fh me.dla?r? surv!val of only 12 . AOIs were collected from regions manually classified as CD45-, CD45+, or CDA5++ o o 200 o 2901
to 15 months. Although conventional and immunotherapies have yielded only marginal significant improvements . 13 slides were analyzed P
in the overall survival of patients with GBM, recent neoadjuvant anti-PD-1 (Keytruda) immunotherapy resulted in « 154 AOIs, classified as CD45- (44), CD45+ (77), and CD45++ (33), were sequenced B » S
promoting a survival benefit in patients with recurrent GBM. Bulk RNA assessment of tumor resections revealed *  An automated nuclei segmentation program was used to facilitate classification into CD45 positive or CD45 negative categories. For all » : :,,,
that the neoadjuvant treatment was associated with upregulation of T-cell and IFN-y-related genes, and analyses, AOIs were labeled as CD45 high or CD45 low, based on a cutoff of 12%, with a total of 80 CD45 high AOIls and 74 CD45 low AOQls. , » 4.
downregulation of cell cycle-related genes. However, the tissue-level origin of these observations is unclear due 5 T —— RO . S gty v 0 ' -
to the lack of spatial information. Here, we employ Nanostring’s GeoMx® Digital Spatial Profiling platform A N 18-2 705 3 E 1 CD45 (60/)) o A | \7"',.)
(GeoMx-DSP) to spatially resolve the whole transcriptome in 5-um FFPE tissue specimens. This technology i o — v -
enabled us to spatially resolve the signaling pathways and transcripts that determine molecular response to £ N - a
immunotherapy.
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Stratifying the samples by CD45 status reveals that AOls Scatter plot of normalized CD45 counts : — =R Saot - | nE _ microenvironment. The technique also reveals signaling pathways and transcripts that
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