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Cohort 3 ' Supplementary Figure 1: PINK1
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way ANOVA followed by Tukey’s

multiple comparison test was applied. Mean + SEM,n=4-9 mice per group. B) Constipation
phenotype following infection in WT and PINK1 KO mice was assessed by quantifying the
percent of water content in stools and number of fecal pellet deposited per hour over the
course of 3 hrs. Shown are measurements across three independent cohorts. One-way
ANOVA followed by Tukey’s multiple comparison test was applied. Mean + SEM,n=4-11 mice

per group.



At 2-weeks post-infection
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Supplementary Figure 2:

Absence of PINK1 leads to
higher ratios of colonic effector-
to-naive CD4 and CD8 T cells at
2-weeks-post-infection

A) Representative gating strategy
for isolating naive and effector
CD4+ and CD8+ T cell subtypes in
the colonic lamina propria via flow
cytometry. B) The ratios of
effector-to-naive T cells (Teff/Tn)
were assessed across all groups.
Naive and effector T cells are
defined as CD44'°vCD62L"s" and
CD44nrghCD62L'°w, respectively. C)
The frequencies of Th1 and Th17
cells were also determined, and
cell subpopulations were defined
as Tbet* and Roryt*, respectively.
Two-way ANOVA followed by
Tukey’s multiple comparison test
was applied. Mean + SEM, n=4-12
mice per group.
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NS LPS NS NS LPS
A, B) Subsequent to culturing of bone marrow (BM)-derived macrophages (M¢) and dendritic
cells (DCs) from WT and PINK1 KO mice, mature myeloid cells were treated with either
lipopolysaccharide (LPS) or PBS control (NS) for 24 h. Supernatant were collected, and cells
harvested for immunophenotyping. Representative flow cytometric graph of BM-derived M¢ and
DCs defined as CD11b*F4/80* and CD11b*CD11c*, respectively. Within each population,
geometric mean fluorescent intensity of proteins related to antigen presentation were evaluated,
including major histocompatibility markers | and Il (MHCI/II) and co-stimulatory ligands (CD80
and CD86). C) Collected supernatant from stimulated BM-derived M¢ was assessed for secreted
T-cell polarizing proinflammatory cytokines using ELISA, which includes IL-6, IL-18 and IL-
12p40. Two-way ANOVA followed by Tukey’'s multiple comparison test was applied. Mean +

SEM, n=3-4 mice per group.
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macrophages from WT and PINK1 KO mice were cultured for 7 days in the presence of M-CSF.
After maturation, cells were stimulated with LPS for 6 hrs and conditioned medium (CM) was
collected. CD8+ T cells were purified from spleens of WT and PINK1 KO mice using magnetic
beads. T cells were activated either with anti-CD3/CD28 alone (POS) or in combination with CM
from WT or PINK1 KO BMDM for two days in the presence of IL-2. Following activation, cells
were harvested and re-stimulated with PMA/ionomycin with protein transport inhibitors (Brefeldin
A, BFA and monesin) for 5 hrs. CD8+ T cell activation was assessed by flow cytometry. Data is
displayed as a representative flow cytometric analysis of CD8+ T cells expressing either PD-1,
GzmB, Perforin, IL-17a, IFNy or TNFa in response to following treatments. Shown is the
quantification of the relative frequency of activated CD8+ T cells normalized to T cells from WT
mice stimulated with anti-CD3/CD28 antibody alone. Two-way ANOVA followed by Tukey’s
multiple comparison test was applied. Mean = SEM, n=4 mice per group.



Supplementary Table 1: Full list of markers for each cell type annotated
in Fig. 1D.

Supplementary Table 2: Full list of GO terms and associated genes
dysregulated in PINK1 KO noted in Fig. 3C, D and Fig. 4D, E



