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Conclusions

e Gain titration of imaging channels demonstrate that default gains are the optimal gains

Img3
Table 2. 12-color fluorescent + 2-color imaging panel to localize T-bet in activated lymphocytes. Panel was designed by
selecting fluorochromes with no or mild spillover into the imaging channels based on CD4 stain (Results 1D).
Fluorochromes with mild spillover into imaging channels were assigned to lower density antigens. Table on the right
represents imaging spillover expectation after antigen matching (expression level vs CD4) and reagents titration.

signal was normalized to positive values only. Spectral blue detectors were highlighted in (dotted rectangle) to
indicate that only imaging fluorochromes emit in these channels, with minimal to no spillover from other
spectral fluorochromes in the panel.
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Cell Wall images confirm T-bet localization based on Correlation (Nuc/T-bet). No correlation gate shows T-bet localization within the cytoplasm;
Intermediate correlation gate shows T-bet localization both in the cytoplasm and in the nucleus; High correlation gate shows T-bet localization

within the nucleus. .T—bet in the cytoplasm

T-bet in the nucleus

Nucleus (NucSpot)

2B. Reagent Titration to Evaluate Spillover

2C. Evaluating Biological Impact Due to Spillover

3D. More subsets can be detected when adding spatial biology
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