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Abstract Deep insights into the state of the immune system can be achieved ozett e dis ccve ryM

using Ozette's high-parameter profiling assay

Isolation and cryopreservation of peripheral blood mononuclear cells (PBMC) can detrimentally affect the detection of certain surface
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Our staining methodology used the Curiox
AutolO00 system, which integrates the Hamilton
Nimbus liquid handling robotic platform with
automated laminar wash technology. This system
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Summary

Figure 5: Gating tree schematic for the 82 pre-defined endpoints tracked using Ozette's 48-color pan-immune profiling panel. Our logic-based
exclusionary gating strategy uses multiple lineage polishing gates to ensure accurate measurements of phenotypic endpoints and avoids
redundant measurements. Seamless integration into the Ozette Endpoints™ pipeline allows for rapid and robust computational analysis of
biomarker endpoints data, reducing analytical bias, and moving from assay to insights in a fraction of the time.
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- Extensive CD4 characterization provides the ability to readily visualize the effective spread from any given signal into any measurement of
interest and proves to be a valuable tool for high-dimensional flow cytometry panel design, agnostic of antibody vendor.
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Correlation: r2=0.991 L | Endpoints
' - A strong correlation was achieved between Ozette's computational analysis pipeline and conventional gating measuring 82 pre-defined
phenotypic endpoints across all healthy donor peripheral blood samples included in this study.
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- The Ozette Discovery™ pipeline identified 3619 robust immune phenotypes with the highest variance in abundance observed between RBC-
lysed whole blood and gradient isolated PBMC. This variance was largely driven by differential expression of CD66b, CD14 and CD1é. In
particular, Lineage-CD14+CDJ33+HLA-DR+ monocytes appeared significantly more abundant in RBC-lysed whole blood compared to PBMC.
Interestingly, phenotypic abundance was relatively conserved between fresh versus frozen PBMC samples.
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e T T’ TR o | o e 0 ViR fes Nel e 6 e oy | - We observed a distinct donor-specific immune profile when clustering data by CMV status. This immune profile consisted of differentially
abundant T, NK and NKT-like cells expressing markers associated with activation and terminal differentiation; however, this observation would
need to be verified in an appropriately powered study.

Figure 3: Nx1 plots of a concatenated file comprised of 47 CD4 single-stained reference controls allows visualization of the spreading error Figure 6: A strong correlation in counts between computational gating (using the Ozette Endpoints™ pipeline) and manual gating was observed
introduced by PE-Fireb40 into 46 adjacent measurements, the spreading error introduced by 46 adjacent signals into the PE-Fire640 across 82 pre-defined phenotypic endpoints across all healthy donor peripheral blood samples included in this study. Gating differences References
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