Comparative analysis of renal dysfunction, immune remodeling, and gut microbiota profiles in dietary models of metabolic liver disease
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Supplemental Figure 1. Representative gating strategy for the identification of renal immune cell populations by flow cytometry.
Kidney single-cell suspensions were first gated based on forward scatter (FSC) and side scatter (SSC) to exclude debris, followed by doublet exclusion using FSC-A versus FSC-H. Live cells were identified by exclusion of Fixable Viability Stain 780 (FVS780)–positive events. Leukocytes were defined as CD45⁺ cells. Within the CD45⁺ population, myeloid cells were identified based on CD11b and F4/80 expression. CD11bloF4/80+ and CD11b+F4/80lo subsets were further analyzed for Ly6C and Ly6G expression to distinguish Ly6C+, Ly6C−, and Ly6C+Ly6G+ populations. Representative plots illustrate the sequential gating strategy used for all samples. Isotype controls were used to define gating boundaries.

Supplemental Figure 2. Diet-associated alterations in gut microbial diversity and community structure. 
(A–C) Alpha- and beta-diversity analyses comparing NCD- and HFD-fed mice. (A) Simpson diversity index and (B) Shannon entropy index was used to assess within-sample microbial diversity. (C) Principal coordinates analysis (PCoA) based on unweighted UniFrac distances illustrates differences in microbial community composition between NCD and HFD groups. (D–F) Alpha- and beta-diversity analyses comparing NCD- and CDAHFD-fed mice. (D) Simpson index and (E) Shannon entropy index shows changes in microbial diversity. (F) PCoA plot based on weighted UniFrac distances demonstrates separation of microbial communities between NCD and CDAHFD groups. Each point represents one mouse. Box plots display median with interquartile range.

