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© Introduction O Assay Paneling for Plasma O Translational Relevance: Neoadjuvant Breast Cancer Study Design @ Biomarkers Associated with Treatment Response
Next generation sequencing (NGS)-based immunoassays have enabled high-multiplex, sensitive, wide dynamic Assays were grouped into 4 dilution panels (2X, 40X, 800X and 16000X) based on typical analyte Plasma was collected from 111 patients with invasive breast cancer receiving neoadjuvant chemotherapy and , , o ,
range protein measurement, but existing platforms face a critical translational gap: proteomic discovery assays concentrations in plasma to maximize detectability and dilution linearity across the full dynamic range of su-btype—approprlate targgteo! thefapy at. two sites: Washington l)mversﬂy in St. Louis (n=84) and University of Response—assoc.:lated biomarkers were |glent|f|ed through a whgle—panel batch. angly5|s (350 assays x 11 mc?lecular
lack absolute quantitation and have no direct path to focused validation panels. We introduce a novel high plasma proteins. Performance was assessed in 37 commercially sourced healthy individual plasma samples. M'atm' (::272)- ThrgeP'C)r‘SSJ'tUd'na'(tlmiptom'f[s WefS‘ CI\C/)I”eICteCII: Basebltme (pre—treadtrr;.en’g, (b:2|?1 (Cydeh_Z,tDar)]/ 1; eirly subtype grouping x 3 outcome groupings x 3 single-timepoint and 3 longitudinal change analyses), with B-H
multiplex immunoassay platform from ProteinXl, a division of Meso Scale Diagnostics, LLC. (MSD), enablin . . . . . on-treatment), and Fre-surgery (post-treatment). IViolecular subtypes were detined by iImmunonistochemistry: adjustment applied per analysis pass (FDR <0.05). Single-timepoint analyses compared concentration distributions
simull’?aneous absoluteyqlzantitation of hundreds of proteins with a direct trans?lational route(to M)SD's high? 93% detectable, 83.8% quantifiable in plasma Most assays dilute linearly in plasma HR+ (ER+ or PR+), HR- (ER- and PR-), HER2+, HER2-, and derived groups (HR+/HER2-, HR+/HER2+, HR- between outcome groups at each timepoint. Change analyses computed within-individual paired fold change (FC)
throughput electrochemiluminescent (ECL) platform. Strong concordance with existing MSD U-PLEX and V- Detectability Dilution Linearity in Plasma /HER2+, Triple Negative Breast Cancer (TBNC). Treatment response was assessed by .patholog|c complete for individuals with observations at both timepoints, then tested FC distributions between outcome groups. Two
PLEX assays is demonstrated in plasma samples. Applied to a longitudinal neoadjuvant breast cancer cohort Assays tested 3A8|5|9 1292 4806)( 82§X 16220)( Assays tested 3A8”9 129>; 4806)( sggx 16220X response (pCR) and Residual Cancer Burden (RCB) group. De-identified samples were provided to MSD. primary outcome groupings were considered: Residual Cancer Burden (RCB) 0/I vs RCB lI/lll, which classifies
(N=111, 3 timepoints, 4 molecular subtypes) supplied by collaborators, the platform recapitulates known Assays with >90% Detectability | 317 | 130 | 86 | 66 | 35 Assays w/80-125% Dilution Lin. (#)] 317 | 138 | 84 | 67 | 33 (7) Baseline . (5)C2D1 . (3)Pre-Surae individuals as strong responders (RCB O or RCB I) versus poor responders (RCB Il or RCB Ill) and pathologic
' . ’ : e : - ' Assays with >90% Quantifiable | 271 | 95 79 63 34 Assays w/80-125% Dilution Lin. e (=111 aile? ey (=171 e NAé”(n"_ygo) complete response (pCR), defined as Complete (RCB 0) vs Incomplete (RCB I, RCB I, or RCB Ill). In cases where a
pharmacodynamic effects and identifies outcome-associated biomarkers. Total measurements >LOD (%) | 932 | 867 | 999 | 984 | 992 (%) 796 | 693 | 977 | 985 | 917 P } ycle & day 1 (n= - ) o . N ’ .
Total measurements sLLOQ (%) 838 | 695 | 9 | 967 | 954 biomarker was only significant for one of the two primary outcome groupings we also considered a secondary
. . ) ) ] Subtype N washul FUm | PSR Residual Cancer Burden (RCB) distribution grouping of RCB 0 vs. RCB II/Ill as a confirmatory test. Ten markers that were significant in at least one primary
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