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The Role of the Microbiota in Acute Stress-Induced Myeloid Immune Cell Trafficking
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[bookmark: _Hlk16245363][image: ] sFigure 1. Flow cytometry gating strategy of splenic myeloid cells. Gating was performed as following. Cells were selected based on FSC-height and SSC-height. 1) LY6Chi monocytes (CD11b+, LY6Chi) were subsequently selected, whereas CD11b+, LY6Clow/- cells were used to select other populations. 2) Granulocytes (CD11b+, SSChi) were then selected. 3) While SSChi, LY6C- cells were used to gate LY6Cmid, CCR2+ monocytes (CD11b+, SSClow, LY6Cmid, CCR2+). 4) SSChi, LY6C- cells were used to gate LY6C, CX3CR1+ monocytes (CD11b+, SSClow, LY6C-, CX3CR1+).
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sFigure 2. Phenotyping of monocyte subtypes. LY6C, CCR2 and CX3CR1 receptors expression patterns were similar to previous reports (Ginhoux et al. 2014, Yang et al. 2014). Specifically, LY6Chi Monocytes: LY6Chi, CCR2+, CX3CR1-; LY6Cmid Monocytes: LY6Cmid, CCR2+, CX3CR1+; LY6Clow Monocytes: LY6C-, CCR2-, CX3CR1+. 



[image: ] sFigure 3. GF and CGF mice have deficits in splenic macrophages. Gating was performed as following (A). Cells were selected based on FSC-height and SSC-height. CD11b+, LY6G- cells were subsequently gated after which macrophages (CD11b+, LY6G-, F4/80+, MHC-II+) were selected. GF and CGF mice showed deficits in splenic macrophages (B), whereas stress did not impact splenic macrophages (C). There was an effect of microbiota status on splenic macrophage levels (X2(2) = 13.079, p < 0.001), where levels were decreased in GF and CGF mice (p < 0.001; p < 0.001). Data were non-normally distributed and analysed using the Mann-Whitney U test. Significant differences are depicted as: ***p < 0.001 compared to CON. Post-stress data from animals were normalized to baseline data (pre-stress). Data are presented as boxplots (n = 7-9). Abbreviations: CON = Conventionally raised; GF = Germ-free; CGF = Conventionalized germ-free. 
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[bookmark: _Hlk16245855][bookmark: _Hlk16245970]sFigure 4. Stress does not impact circulating and splenic LY6C-, CX3CR1+ monocytes. LY6C-, CX3CR1+ monocytes were quantified in blood (A), and the spleen (B), before and after acute stress. No differences were observed. Post-stress data from animals were normalized to baseline data (pre-stress). Data are presented as boxplots (n = 7-9). Abbreviations: CON = Conventionally raised; GF = Germ-free; CGF = Conventionalized germ-free.
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sFigure 5. Acute stress does not impact MLN dendritic and macrophage levels. Gating was performed as following (A). Cells were selected based on FSC-height and SSC-height. 1,2) CD11b+, LY6C- cells were subsequently gated, after which macrophages (CD11b+, LY6C-, F4/80+) were selected. 3) In addition, MLN dendritic cells (CD11c+, MHC-II+) were selected. Both microbiota status and stress did not impact MLN macrophage levels (B, C). GF and CGF mice did have decreased MLN dendritic levels (D), which remained unaffected by stress (E). There was an effect of microbiota status on MLN dendritic cell levels (X2(2) = 6.628, p = 0.036), where levels were decreased in GF and CGF mice (p = 0.037; p = 0.023). Data were non-normally distributed and analysed using the Mann-Whitney U test. Significant differences are depicted as: *p < 0.05 compared to CON. Post-stress data from animals were normalized to baseline data (pre-stress). Data are presented as boxplots (n = 7-9). Abbreviations: CON = Conventionally raised; GF = Germ-free; CGF = Conventionalized germ-free; MLN = mesenteric lymph node.
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