Detection of IFNy induced PD-L1 expression by combined in situ RNA analysis and protein profiling from a single FFPE slide NeoGenomics %o
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Background Biomarker Staining Comparison Between Individual MultiOmyx Assay to Combined RNAScope & MultiOmyx assay

PD1 ligands (PD-L1) are often upregulated on the cell surface of many different tumors. The primary role of PD-L1 in cancer is MultiOmyvyx Combined RNAScope & MultiOmvyx MultiOmvyx RNAScope & MultiOmyvx
to inhibit T-cell mediated immune response. Two general mechanisms for PD-L1 expression on tumor cells have been proposed. M_ o | _

Innate immune resistance, in which PD-L1 expression is induced by the constitutive oncogenic signaling, and adaptive immune . g, ‘ : 3 o B Tl My _ _ L _ H-iﬁ?ﬁ?&ﬁ ;
resistance, in which PD-L1 expression is induced by T-cells releasing interferon-y (IFNy) and activating the STAT signaling pathway. % - & 'f‘_." Ty W "“ Pt MRS Frpazs B o ¥ A A e _,:'"‘“w “-if- :; =
In order to differentiate between these two mechanisms, IFNy mMRNA expression is measured as an effective alternative to detecting OXTA- 2, s L N el G einl, T T s Pt A LES ;f;n k
IFNy protein. Detection of cytokines by IHC is challenging as secreted proteins are widely diffused and the associated staining e miat g
pattern appears to lack cellular specificity. RNAscope RNA in situ hybridization (ISH) assay is utilized to measure IFNy mRNA '

expression, and MultiOmyx™ multiplexed immunofluorescence (IF) assay (demonstrated to stain up to 60 protein biomarkers) is
utilized to measure CD3, CD4, CD8, FOXP3, CD163, TIM3, LAGS3, PD1, and PD-L1 protein expression. In this study, combined
MultiOmyx multiplexing IF and RNAscope ISH assay, enabled identification of individual cells with characteristic mMRNA and
protein expression profile in lung, breast, melanoma, colorectal, esophageal, and prostate cancer samples.
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Figure 2. Comparison of biomarker staining on RNAScope & MultiOmyx IF processed slides vs MultiOmyx IF only (20x). The left panel displayed representative biomarker staining shown as ‘molecular’ DAB or mDAB images from MultiOmyx IF staining processed slide. The
middle panel displayed slides processed through combined RNAScope and MultiOmyx staining. All nine biomarkers showed robust specific staining. The right panel displayed color overlaid images of multiplexed staining as two sets of images to improve visualization.

Integrated RNA Analysis and Protein Profiling
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adaptive immune resistance by integrating “multi-omic” RNA analysis and protein profiling from a single FFPE slide. FOXP3+TIM3+
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