CD6: New low/negative surface marker for human FOXP3* naturally-occurring regulatory T-cells
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SUMMARY RESULTS Highly enriched FOXP3* population identified by surface nTreg
markers.
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MATERIAL & METHOD C. CD4+*CD25"CD6""- lymphocytes have significantly higher % of FOXP3 positive CDECD127"":
cells compared to CD4*CD25-CD6"- and CD4*CD25-CD6".
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Subjects. Heparinized blood samples were obtained with informed consent with Institu-
tional Review Board approval at Blood Service, Beckman Coulter, E. FOXP3 expression in CD6* and CD6°“PBMCs. Bars represent mean + SD from c
four healthy donors; * p<0.03, U-Mann Whitney test.
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Multicolor Flow Cytometry. Conjugated monoclonal antibodies used are summarized
in Table 1. Staining was performed according Grant et al. protocol[2]. Multicolor flow
cytometry was used to evaluate Treg markers using the panels show in Table 2.
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Figure 1. Fluorescense minus one for FOXP3 and CD6 staining
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Methods of analysis. Flow cytometric analysis was performed using Kaluza* software
(v1.2; Beckman Coulter, Inc., USA). Statistical analyses included mean, standard devia-
tion and regression testing using Excel (Microsoft Office 2003) and U-Mann Whitney non
parametric tests (GraphPad Software, Inc., USA). Proliferation of activated responders
was determined by calculation of precursor frequency (pf) using ModFit LT software (Verity
Software House, v3.0; Topsham ME).




