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Supplementary Figure 1. (A) Sample and patient summary statistics from ileal surgical
resections. (B) Relative gene expression of Dclkl (green) and Trpm5 (magenta) in mouse and
human non-tuft (n = 1166 and 1942 cells, respectively) and tuft cell (n = 13 and 9 cells,
respectively) populations. ***p-value < 0.0001. (C-D) Representative histology of normal and
CD ileum. Scale bar = 100 um. (E-F) MUC2 (green) and LYZ (magenta) in normal and CD
ileum. Hoechst (blue) denotes nuclei, scale bar = 100 um.
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Supplementary Figure 2. (A) Epithelial nuclear and LYZ1 masks in wildtype and TNFAARE*
crypts. LYZ1 expression was normalized to total nuclear area, scale bar = 100 um. (B)
Epithelial nuclear and MUC2 masks in wildtype and TNFAARER villi, MUC2 expression was
normalized to total nuclear area, scale bar = 100 um. (C) Summary of tuft cell quantification in
wildtype and TNFAAREH (Jow-, mid-, and high-grade inflammation) villi. (D) Summary of tuft cell
guantification in MPO-low and —high TNFAARE* viilli, (E) MPO (magenta, red dots) and DCLK1
(green, white arrows) in TNFAARE Scale bar = 100 um. (F) Tuft cell number per villi in MPO-
low (< 35 neutrophils) and —high (= 35 neutrophils) TNFAARE* villi, SEM for n = 40 villi per
condition (n = 6 wildtype, n = 8 TNFAARE* gnimals), **p-value < 0.01.
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Supplementary Figure 3. (A-D) Representative images of DCLK1 (green), histology, MUC2
(green) and LYZ1 (magenta), and MPO (green) in the AtohKO ileum. Hoechst (blue) and scale
bar = 100 um. (E) Percentage body weight change in tamoxifen and antibiotic treatment.
Symbols represent individuals animals and error bars represent SEM calculated from untreated
wildtype (n = 21), untreated AtohKO (n = 26), antibiotic-treated wildtype (n = 5), and antibiotic-
treated AtohKO (n = 5) animals, ****p-value < 0.0001, **p-value < 0.01 by t-test. (F) Summary of
parasite testing (n = 5 mice). (G) Normalized tuft cell count in germ-free (n = 4), untreated (n =
3) and antibiotic-treated (n = 4) wildtype, untreated AtohKO (n = 4) and low/mid (n = 2), and
high (n = 3) antibiotic-treated AtohKO ileum, *p-value < 0.05, **p-value < 0.01. (H)
Representative IF of MPO (green) in antibiotic-treated AtohKO ileum, scale bar = 100 pum. (I-J)
Representative IF of LYZ1+ (magenta) and MUC2+ (magenta) in vehicle- and 4-OHT-treated
enteroids. Hoechst (blue) denotes nuclei, scale bar = 50 um. (K) Average tuft cell number in
vehicle-treated control (green) and IL-13 (magenta) and 4-OHT-treated control (green, striped)
and IL-13-treated (magenta, striped) enteroids. ****p-value < 0.0001, **p-value < 0.01.
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Supplementary Figure 4. (A-D) t-SNE and cell clustering of wildtype, TNFAARE - antibiotic-
treated wildtype, and AtohKO datasets across multiple replicates. (E-H) Cell population
annotation in wildtype, TNFAARE* antibiotic-treated wildtype, and AtohKO across biological
replicates. (I-L) Cell population distribution in wildtype, TNFAARE “antibiotic-treated wildtype, and

AtohKO datasets.
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Supplementary Figure 5. (A-D) ArcSinh-scaled data overlay of cell type markers onto t-SNE
plots.
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Supplementary Figure 6. (A-D) ArcSinh-scaled data overlay of cell identity genes onto p-
Creode topologies.
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Supplementary Figure 7. (A-D) ArcSinh-scaled data overlay of tuft cell genes onto p-Creode
topologies.
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Supplementary Figure 8. (A) t-SNE and cell clustering of wildtype (non-antibiotic-treated) tuft
cells with class A (teal) and B (magenta) subpopulations. (B) Overlay of ArcSinh-scaled gene
expression of Class A-enriched genes onto t-SNE plot of wildtype tuft cells. (C) Sox9, (D) Muc2,
and (E) Defa22 relative expression in untreated wildtype (green), antibiotic-treated wildtype
(magenta), and AtohKO (magenta, striped) tuft cells, *p-value < 0.05, ***p-value < 0.001, ****p-
value < 0.0001 by t-test. (F) Wildtype colon scRNA-seq replicates (n = 3) and (G) annotation of
cell identity clusters onto t-SNE plot. (H) Heatmap of z-score normalized tuft cell signature
expression in wildtype and AtohKO tuft and non-tuft cell populations. All values are statistically
significant between tuft and non-tuft cells, ***p-value < 0.001.
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Supplementary Figure 9. (A) Representative p-Creode topology of wildtype scRNA-seq
dataset, including enteroendocrine cells. Graph overlay depicts ArcSinh-scaled Dclkl gene
expression and annotation of cell lineages. Node size represents cell state density and edges
represent possible transitions. (B) Quantification of non-secretory and secretory tuft cell
placement in wildtype topologies. (C) Overlay of ArcSinh-scaled gene expression onto the
topology.
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Supplementary Figure 10. (A-B) Cell population annotation and distribution in the 1,522 cell-
dataset GSE92332 scRNA-seq dataset. (C) Overlay of Dclkl, Lyz1, Muc2, Chga, Krt20, Lgr5,
Pcna, and Atohl ArcSinh-scaled data. (D) Overlay of Dclkl ArcSinh-scaled expression on
GSE92332 p-Creode topology and annotation of cell lineages. (E) Non-secretory and secretory
tuft cell placement in p-Creode maps. (F) Overlay of ArcSinh-scaled gene expression onto the

topology.
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Supplementary Figure 11. (A) ArcSinh-scaled gene expression of cell identity genes along the
wildtype tuft cell, enterocyte, and goblet cell lineages. (B) Representative gene trends (solid
orange line) across pseudotime from Groups 1-4. Solid circles depict raw data from single
representative p-Creode graph and dashed black line represents the confidence interval for
gene expression. (C) 1,755 genes class-switched between wildtype groups 2-4 to AtohKO
groups 1-3. (D-E) Wiki and Reactome Pathways over-representation analysis of 5-trend
dynamics. (F-H) KEGG, Wiki Pathway, and Reactome Pathways over-representation analysis
of 3-trend dynamics. (I) Representative tuft cell-specific (Dclkl and Trpm5) and stem cell-
specific (Myc and Pcna) gene trends over the wildtype (green) and AtohKO (magenta) tuft cell
lineages. Solid lines represent mean expression trends and dashed lines represent confidence
intervals fitted to raw data from 10 top-scoring p-Creode topologies. Datapoints are scaled
expression data. Consensus alignment and significance testing was performed between
conditions, *p-value < 0.05, **p-value < 0.01, **p-value < 0.001, and ****p-value < 0.0001.
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Supplementary Figure 12. Representative TCA cycle-related genes over the wildtype (green)
and AtohKO (magenta) tuft cell lineage pseudotime. Solid lines represent mean expression
trends and dashed lines represent confidence intervals fitted to raw data from 10 top-scoring p-
Creode topologies. Datapoints are scaled expression data. Consensus alignment and
significance testing was performed between conditions, *p-value < 0.05, **p-value < 0.01, ***p-
value < 0.001, and ****p-value < 0.0001.
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Supplementary Figure 13. (A) Top 20 GSEA gene sets comparing wildtype and AtohKO
median tuft cell gene expression. Highlighted gene sets are related to the TCA cycle and
metabolism pathways. (B) NES-ranked gene list from the metabolism-related gene list
“Reactome Citric Acid Cycle TCA Cycle.” Genes contributing to the running enrichment score
(ES) are labeled “Yes” for Core Enrichment. (C-F) KEGG, PANTHER pathway, Gene Ontology,
and Wiki Pathway analysis of wildtype and AtohKO tuft cell gene expression. (G-L) Scaled TCA
cycle gene expression in wildtype (green) and AtohKO (magenta) tuft cells. **p-value < 0.01,
***p-value < 0.001, and ****p-value < 0.0001 by t-test. (M-X) Scaled TCA cycle gene expression
in untreated (green), low-dose antibiotic- (magenta, solid), and high-dose antibiotic-treated
(magenta, dashed) AtohKO tuft cells. *p-value < 0.05, **p-value < 0.01, and ***p-value <
0.0001 by t-test.



Supplementary Figure 14

—— Wildtype ——————
Untreated Succinate-treated AtohKO

A - - - |
B . oy MR 2 ) .

Control

Succinate

AtohKO + Antibiotics

1SYd9a0H

TZA1T TM10d



Supplementary Figure 14. (A-C) Representative imaging of DCLK1 (green), Major basic
protein (brown), and GATA3 (red) in wildtype untreated, wildtype succinate-treated, and AtohKO
small intestine. Scale bar = 100 um. (D) Representative IF of DCLK1 (green) and LYZ1
(magenta) in antibiotic-treated AtohKO ileum with and without exogenous succinate
administration. Hoechst denotes nuclei. Scale bar = 100 pm.
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Supplementary Figure 15. (A) Tuft cell percentage in untreated and succinate-treated wildtype
ScRNA-seq datasets. ****p-value < 0.0001 by t-test. (B) ArcSinh-scaled Dclkl expression and
(C) cell population annotation of succinate-treated ileal data. (D-O) Lineage-specific TCA cycle
gene expression. *p-value < 0.05, **p-value < 0.01, **p-value < 0.001, and ****p-value <
0.0001 by t-test. (P) p-Creode topology of succinate-treated ileum. Graph depicts Dclkl overlay
and annotation of cell lineages based on ArcSinh-scaled gene expression data. (Q)
Quantification of non-secretory (blue) and secretory (grey) tuft cell placement in n = 100
succinate-treated wildtype p-Creode topologies.
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Supplementary Figure 16. (A) DCLK1 (green) and (B) MBP (brown) in untreated and
succinate-treated colon. Hoechst (blue) denotes nuclei and white arrows identify tuft cells.
Scale bar = 100 pm. (C) Dclkl and Sucnrl expression in untreated wildtype ileal (green) and
colonic (magenta) tuft cells. (D) DCLK1 (green) and LYZ1 (magenta) staining in antibiotic-
treated AtohKO colon absent and subsequent to exogenous succinate administration. Hoechst
denotes nuclei. Scale bar = 100 um. (E-P) TCA cycle gene expression in untreated (green) and
succinate-treated (magenta) colonic tuft cells.
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Supplementary Figure 17. (A-C) PCA plots of wildtype (n = 4, green) and AtohKO (n = 3,
magenta) replicates analyzed by Bray-Curtis, Unweighted UniFrac, and Weighted UniFrac. (G-
I) Genus representation in wildtype (n = 4) and AtohKO (n = 3) replicates. (J) Simplified diagram
of KEGG “Chlorocyclohexane and chlorobenzene degradation” pathway. (K) Heatmap of
relative abundance at the operational taxonomic unit (OTU) level in wildtype and AtohKO
replicates.
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Supplementary Figure 18. (A-D) Representative IF of DCLK1 (green) and LYZ1 (magenta) in
the untreated SPF, untreated germ-free, wildtype-gavaged and AtohKO-gavaged duodenum, 3
and 7 days post-gavage. (E-F) Total and normalized tuft cell number in untreated and oral-
gavaged animals. Each symbol represents single FOVs and SEM is calculated across multiple
biological replicates. ****p-value < 0.0001 by t-test. (G-J) Representative IF of DCLK1 (green)
and LYZ1 (magenta) imaging in the untreated SPF, untreated germ-free, wildtype-gavaged, and
AtohKO-gavaged colon, 3 and 7 days post-gavage. (K) Total tuft cell number and (L)
Normalized tuft cell number in untreated and oral-gavaged animals. Each symbol represents
single FOVs and SEM is calculated across multiple biological replicates. ****p-value < 0.0001
by t-test. (M) Relative abundance of Bifidobacterium pseudolongum in wildtype and AtohKO
gavage inoculum and in ileal luminal contents of GF animals 3 or 7 days post-gavage with
wildtype or AtohKO inoculum. SEM calculated across multiple biological replicates.
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Supplementary Figure 19. (A-F) Luminex cytokine measurements from wildtype, control
TNFAARE* "and short-term succinate-treated TNFAARE jleal tissues. Error bars represent SEM
calculated across multiple biological replicates (circles: males, triangles: females). *p-value <
0.05 by t-test. (G) Epithelial B-catenin (red) demarcates epithelial lining. Hoechst (blue) denotes
nuclei and grey elements are evaluated stromal cells. Scale bar = 100 um. (H) Scatter plot of
CD3E and GATA3 median intensity per FOV. Circles represent single cells, dashed lines
represent intensity thresholds, and shaded squares demarcate respective populations. (1)
Multiplexed imaging of Hoechst, immune cell markers (CD3E, GATA3, CD45, CD11C,
CD45R/B220, TER-119), and SMA in a representative FOV. (J) Co-localization of CD3E (green)
and GATAS (red) in representative FOV. White dashed box demarcates analysis of nuclear
GATAS expression and exclusion of other analytes. Orange arrows denote CD3E- GATA3+
ILC2s and white arrows denote CD3E+ GATA3+ Th2s. Hoechst (blue) and scale bar = 100 um.
(K) Yellow dashed box demarcates analysis of non-nuclear GATAS3. (L-M) Representative IF of
CD3E (green) and GATA3 (red) in wildtype and short-term succinate-treated TNFAARE* jleum.
Magnified inset shows individual expression of markers. Hoechst denotes nuclei and scale bar
= 100 um. (N-O) Representative IF of CD3E (green) and RORGT (red) in wildtype and short-
term succinate-treated TNFAARE* jleum. Magnified inset shows individual expression of
markers. Hoechst denotes nuclei and scale bar = 100 um. (P) Representative IF of OLFM4
(red) in wildtype, untreated TNFAARE* short- and long-term succinate-treated TNFAARE jleum.
Scale bar = 100 um. (Q) IF quantification of OLFM4 (empty: green, +4. magenta, above +4:
teal) in wildtype, untreated TNFAARE*  short- and long-term succinate-treated TNFAARE+
conditions.
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Supplementary Figure 20. (A-D) Representative histology of anti-CD3E control and succinate-
treated wildtype and Pou2f3-null small intestine. Scale bar = 100 um. (E-F) Representative IF of
DCLK1 (green) in control and succinate-treated Pou2f3-null small intestine and colon. Hoechst
(blue) and scale bar = 100 pm.



