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Introduction A :

Renal cell carcinoma (RCC) represents 2—3% of global cancer |
diagnoses and 85% of all kidney neoplasms with the most . e oqhvsli
common histological subtype being clear cell renal cell
carcinoma (ccRCC)', an immunologically and histologically
diverse tumor associated with poor clinical outcomes. While
significant progress has been made in the development of
immunotherapy for ccRCC, there are still many unanswered
questions regarding mechanisms of immune evasion and
resistance, and the development of predictive biomarkers for
optimal treatment strategies for individual patients. Emerging
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evidence suggests that metabolic reprogramming marked by 0
dynamic shifts in nutrient utilization extending beyond canonical ’ . K
Warburg physiology to include lipid anabolism, nutrient C. D.
scavenging, catabolic pathways and microenvironment-driven TTvs Tl S’ “TTvs IV @'
metabolic plasticity, is central to overall ccRCC pathogenesis.
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Figure 1: Integrating metabolic gene expression analysis and end-to-end spatial Paletrra™. 1 : : (OSHCEOBOLY ejther side. E. Boxplot of cell phenotypes, y-axis . . . . : . : . :
Sequential FFPE slides representing stages |-V of ccRCC tumors were either tested using oo . . :CD3+ indicates # per mm? F. Cell Phenotype Observed increase in ant|gen presentat|on targets eSpeC|a”y HLA-DRB1, with decreased chemokine and CytOkme
nCounter® analysis system or stained using the Paletrra™ workflow. For NanoString testing, . » . conas Clustermap. Plot depicts for each cell phenotype, expression in ccRCC stage IV tumors.
RNA was extracted from FFPE slides and tested using nCounter® Metabolic Pathways panel. . . . oeascoLEas the mean cell density within each stage relative

to stage I. Increased immune suppression (based

Normalized data was analyzed using proprietary bioinformatic tools. For each round of staining,
conjugated fluorescent antibodies were applied to the slide, followed by imaging acquisition of on LAG3 expression on CD4 and CD8 T cells) in
stained slides. The dye was erased, enabling a second round of staining with another pair of 008 . . comeconeror. | Stages Il and lll. Increased CD31 expression
fluorescent antibodies. Samples were imaged using the RareCyte CyteFinder® Il HT whole Lvs IV Lvs Il Lve Il specific to stage IV.

slide imaging platform.
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Increased immune suppression (based on LAG3 expression on CD4 and CD8 T cells) in stages |l and IlI.
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Immune exhaustion phenotypes increasing in stage |l through stage lll. Increased vascularization in stage V.
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