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3. SPECTRAL FLOW CYTOMETRY PANEL OPTIMIZATION

= Bcells

= Neutrophils

= Eosinophils

= Basophils

= Hematopoietic Stem Cells (HSC)
= Monocyte subsets:

= T cell subsets: - CD4+

= NKcell subsets: - early
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- Intermediate
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- mature
- terminal

A. 15-color pan-leukocyte panel B. Gating Strategy
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Black arrows indicate the analysis of cells outside the gate:

Red arrows indicate the analysis focused on cells within the gate: @ ——
M

Panel and Gating strategy used to identify the populations of interest.

A) 15-color pan-leukocyte panel used for the validation.

B) Hierarchical gating strategy used to accurately identify and quantify the populations of interest in each validation assay.

5 STABILITIES: DURABLE STAINING, AND RELIABLE SAMPLE

INTEGRITY UP TO 48 HOURS
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Readouts

Staining
Stability (+4°C)

Sample and Staining Stability Results:

Each bar represents the latest time
points at which each readout meets the
acceptance criteria (30% mean
percentage change for non-rare subsets
and 40% for rare subsets).

The sections within each bar correspond
to specific stability levels.

Failure to meet the acceptance criteria at
any time point resulted in automatic
disqualification for all subsequent time
points.
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PRECISION: CONSISTENT PRECISION ACROSS ALL VALIDATION
PHASES
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Precision assessment of all readouts. A) Percentage of cells measured for each identified population (x-axis) relative to
the total CD45+ WBC and the total lymphocytes for lymphocyte populations. B) Absolute count of cells for each
identified population (x-axis), reported as cells/mL of whole blood. C-D) Mean % CV across all three donors for each
readout, shown for both frequency (C) and absolute count (D). Readouts with less than 100 gated events are highlighted
in grey. E) Pie charts for each validation assay, illustrating the proportion of readouts categorized into six levels of mean
% CV measured in the three donors. The light orange line highlights values of % CV below 20%.
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CONCLUSIONS

Robust analytical method to investigate the main
players of the immune system in human blood sample
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Robust Assays
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