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Introduction OC Test Signal Reflects Cellular Biomarker RNA Expression
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We have previously shown that ovarian cancer can be detected with high specificity and sensitivity by Sample distribution for RNA sequencing data analysis Totalgcells:03984 Total cells: 3837
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antigen (sTn)), previously shown to be upregulated in ovarian cancer relative to healthy tissues. The test HGSC, Stage Il 11 9 8 8 6 o o ' 3
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employs these five biomarkers in three combinations to capture and detect EVs from human plasma to Reclassiied as Normal A T T G 5 :
distinguish high-grade serous ovarian carcinoma (HGSC) from both benign ovarian tumors and normal Total L 89 o4 o4 o
samples. Using super-resolution microscopy on ovarian cancer cell line EVs and multiplex RNA Expression of OC Test Genes in Normal and Tumor Tissues
Immunohistochemistry of ovarian benign and tumor tissue, our study aimed to show that the ovarian 5 BN DRSS N B BN VMercy Halo Score
cancer biomarkers demonstrate expression and colocalization on the surface of EVs derived from cancer Class
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tissues were sourced from the Ovarian Cancer Research Program (OVCARE, Vancouver BC, Canada). I Early Stage OC
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C. SEC-enriched EVs were captured using antibody- L A A B VAN = ] |
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Tissue Immunohistochemistry: 2 1000
A tumor microarray from the matched FFPE tissue samples was stained with an Opal multiplex-IHC (mIHC) assay comprised Rz
of antibodies to BST2, MUC1, sTn, pan-cytokeratin and DAPI. Machine learning based image analysis was utilized to _gb 500
determine colocalization of the biomarkers at the cellular level within tumor and non-tumor tissue. é |
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Super-resolution microscopy was employed to visualize stained biomarkers on the cell surface of COV413A ovarian cancer < g » mE g ~F 2am 2 - E ri%
cell line EVs. SEC-purified EVs were captured on the surface of a glass slide using either S4 (PtdSer capture) or testraspanin c% = S =2 0
antibody cocktail (TetTrio) according to the manufacturer’s protocol (Oxford Nanoimaging). Biomarkers on individual EVs were LL ? Z Resu |tS Summ ary

visualized with biomarker-specific antibodies conjugated to Alexa Fluor® 488, Alexa Fluor® 555, or CF® 647 and detected

using an EV Profiler Kit and Nanoimager (Oxford Nanoimaging) following the instructions provided by the manufacturer. Al Performance of the OC Test In this Study
analysis was done using the AutoEV module in the CODI software in consultation with Oxford Nanoimaging.

Super-resolution microscopy demonstrated colocalization of OC Test combination protein biomarkers on EVs derived from
ovarian cancer cells. Machine learning-based image analysis of tumor and benign tissue microarrays stained for
BST2/MUC1/sTn using mIHC, showed strong evidence for colocalization of these biomarkers on single cells within ovarian

RNA Sequencing: ] Class tumor tissue, particularly in early-stage tumors, but not on benign tissue. RNA sequencing analysis supports the hypothesis
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10-micron FFPE scrolls adjacent to the H&E stained section were cut and shipped to Novogene (Sacramento, CA USA) for § 0.751 o ppsiadenona and that STEGALNAC1 RNA expression can be used as a surrogate for the glycosylation marker, sTn.
RNA sequencing. ST6GALNAC1 RNA expression was used as a surrogate for the glycosylation marker, sTn. 2 o oo oo : |
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= The results presented here demonstrate that the OC Test biomarkers are coexpressed and colocalized on tumor tissue, EVs
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