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Figure S1. Gating strategy of the flow cytometry measurements. A gating example was
obtained through a representative blood sample of a WT, TNCB-elicited mouse. From the
total events (A), singlets were selected according to an FSC-A, FSC-H dot-plot (B). From
these singlets, CD45 positive events with high FITC fluorescence were gated (C). In this
sample, we used the first myeloid-specific master mix (MM1) for staining. CD11b was
labeled with a PB450 fluorophore-conjugated antibody, and based on this, CD11b+ cells
were selected from the CD45+ cells on the histogram (myeloid leukocytes) (D). From these
double-positive events, the Ly6G negative (monocytes) and the Ly6G positive
(neutrophils) were selected based on PC5.5 fluorescence (E). Macrophages were also gated
from the CD45, CD11b double-positive events based on F4/80-PE positivity (in blood,
macrophage numbers are infinitesimal) (F). Compensation with single stained samples was
carried out in all cases, and the gates were also constructed according to these samples.
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Figure S2. Total cell and T cell counts after sensitization in the draining lymph nodes
are not affected by ARHGAP25. Cells obtained from the lymph nodes of TNCB and
vehicle-treated animals were counted in a Biirker chamber and labeled with different T
cell-specific antibodies as described in the Methods section. Allergen treatment
significantly increased total lymph node cell numbers (counted in the Biirker chamber) in
both WT and KO animals, but there was no difference between the two genotypes (A). T
cell numbers (measured with flow cytometry) were also elevated in TNCB-treated animals.
However, this difference was insignificant and independent of the genotype (B). Mean
+SEM of 3-7 mice per group in two independent experiments are plotted. *p<0.05.
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