Results — Metabolic scoring

Background Results —- Compositional differences between Primary and Metastatic TNBC
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frontier in understanding the biological determinants of therapy response and resistance across Py profiles for cells in the (Hscore) compare across groups
solid cancers. Current single-marker approaches, such as standard immunohistochemistry, are @UMC&(ZM
Inadequate to capture the cellular complexity, spatial organisation, and functional heterogeneity €
that collectively govern tumour behaviour and immune evasion. There is therefore a pressing .
need to deploy comprehensive, discovery-based spatial proteomic platforms capable of @ §
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In this study, we sought to address this gap by comprehensively characterising the TME in triple § £
negative breast cancer (TNBC), one of the most aggressive and immunologically complex breast Hscore GLUTA

cancer subtypes. We applied a 68-plex spatial proteomic panel encompassing structural,
tumour-immune, functional, and metabolic activity markers and the PhenoCycler-Fusion 2.0
workflow (Quanterix) to map the full biological landscape of the TNBC microenvironment at high
resolution. Advanced image analytics (Visiopharm) were employed to precisely delineate
tumour, stromal, and tumour-stromal interface regions, enabling compartment-specific analysis

Sample-level Hscore GLUT1 and BCLXL are not correlated.
Suggests that TNBC exhibits metabolic state heterogeneity.
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Figure 3. t-SNE maps of the cellular composition in the tumour (top) and stromal (bottom) regions between primary
and metastatic TNBC
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Results — TIL scoring
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E A T highlights how features of importance can be analysed (composition, TIL and metabolic
e i R e scoring). Most notably, the metabolic scoring could be developed into a "H-score"
®CD20 mCD4 mCDE mCDes mPCK enabling quantification of this signal to aid in functional cell phenotyping.

Figure 4. Immune cell scoring across each core for CD8, CD4, CD56, CD20 and across the tumour, stroma
and margin regions.
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