LEGENDS FOR SUPPLEMENTARY FIGURES
Figure S1: Quantification of the two structural isomers of 25HC. Quantitation of 24-(S)-HC (A) and 27-HC (B) in PBS- and LPS-injected wildtype (WT) and Ch25h-deficient (CKO) mouse brains. Male mice are indicated in blue and female mice are in orange. Data are presented as mean values ± SD. Statistical significance was defined using a two-way ANOVA with Fisher’s LSD post-hoc test (**P < 0.01 & ***P < 0.001).
[bookmark: OLE_LINK6][bookmark: OLE_LINK7]Figure S2: Expression of Cyp7b1 and Gpr183. (A) Schematic of 25HC pathway leading to chemoattraction of GPR183 expressing leukocytes. (B) Relative expression of Cyp7b1 mRNA measured by qPCR - pooled (left) and sex-segregated (right). (C) Relative expression of Gpr183 mRNA measured by qPCR - pooled (left) and sex-segregated (right). Data are presented as mean values ± SD. Statistical significance was defined using a two-way ANOVA with Fisher’s LSD and Tukey’s post-hoc tests (*P < 0.05, **P < 0.01, & ***P < 0.001).
Figure S3: Transcriptomic data. (A) Principal component analysis (PCA) of RNA-seq measurements from 40 experimental mice, sorted by sex, treatment condition, and Ch25h genotype. One sample was an outlier and was excluded from further analysis. (B-E) Volcano plots of differentially expressed genes (DEGs) in these animals. DEGs were defined as those with fold-change >= 2 at adjusted p-value (q-value) < 0.05.
Figure S4: Bar graph of enriched terms across input gene lists, colored by P-values. P-values are also shown on the X-axis.
[bookmark: OLE_LINK5][bookmark: OLE_LINK10]Figure S5: Levels of 25HC correlate with cytokine production only upon LPS induction. Correlation plots of (A, B) IL-1β, (C, D) TNF, and (E, F) IL-6 among mice treated with PBS (A, C, E, G)) and LPS (B, C, F, H) with 25HC concentrations. Male mice are indicated in blue and female mice are in orange; PBS controls are inverted triangles and LPS-treated mice are circles – as shown at the top of the correlation plot. Data are presented as mean values ± SD. Significance and slope of the line were calculated with simple linear regression analysis and correlations were assessed by calculating the coefficient of determination (R2). 
[bookmark: OLE_LINK8]Figure S6: Role of CH25H/25HC in neutrophil and T lymphocyte recruitment mediated by LPS. Infiltration of neutrophils into the brain of PBS- and LPS-injected WT and CKO mice were determined by analyzing the neutrophil-specific marker LY6G. (A) Relative expression of Ly6g mRNA measured by qPCR in the hippocampus and (B) the correlation between Ly6g relative expression and 25HC levels. 25HC concentrations are as shown in Figure 1C. (C) Representative immunofluorescence images of mouse hippocampal sections stained for LY6G (red); nuclei were stained with DAPI (blue). (D) Percentage of area covered by LY6G in the hippocampus. Infiltration of T lymphocytes were analyzed by immunofluorescence using an anti-CD3 antibody (representative images not shown). (E) Percentage of area covered by CD3 in the hippocampus is shown. Data are presented as mean values ± SD, n=5 mice per sex and treatment. Statistical significance was defined using a two-way ANOVA with Fisher’s LSD post-hoc test (**P < 0.01, ***P < 0.001, & ****P < 0.0001).
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