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Abstract

Traditional Gating & Clustering Analysis Comparison Donor Variability

We previously developed and optimized a 25-paramater spectral cytometry immune
monitoring panel in whole blood and PBMC using a 3-laser Cytek Aurora system
[Poster, CYTO 2019]. The assay has since been evaluated on a 5-laser system.

In Cytobank, we can use viSNE to quickly visualize our manual
gating and compare to automated clustering algorithms.

Healthy donors are compared to show inter-donor variability
in major immune cell populations. Bottom, longitudinal

The hierarchical gating strategy employs 59 gates and 27 bivariate plots (after debris elimination,
doublet discrimination, Live/Dead and CD45+ gate). A RBC-lysed peripheral blood sample is shown.

Tree chart showing the applied hierarchical gating scheme

CD45+

The same gating scheme can be applied to PBMC s, excluding the high-density granulocyte gate. Granulocytes oo intra-donor variability is shown for select populations.
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Assay Precision & Biomarker Stability Conclusions

We assessed the stability of fluorophore reagents by calculating Cosine Similarity (i.e. Similarity
Index) over time. All reagents are highly stable with proper storage and handling. - _ o _ o * We previously developed a 25-immune biomarker assay on
At the applied application settings, only populations CD14-HLADR-CD11b+CD33+ (blood analysis) and We assessed the stability of immune markers within peripheral blood at 0, 24, 48 and 72 hours post collection in Na-Hep tubes. We also compared the Cytek Aurora platform
Reagent Stability (Cosine Similarity) Over Time CD14-HLADR- (frozen PBMC analysis) failed intra-assay precision (%CV > 20%) populations for fresh PBMC vs blood and cryopreserved PBMC vs fresh PBMC. Most populations exhibit less than 50% change across comparisons. . Data can be analyzed manually using 27 bivariate plots, and
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