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Figure S3. Gating strategy to identify prostate immune cells and bacteria” immune cells.
The plots show the gating strategies used for analyses illustrated in Figures 4, 5, and 6. 6-8-
week old male C57BL/6 mice were instilled with 10’ CFU of either red fluorescent UPEC
strain UTI89-RFP-kan® or E. faecaliSOG1RF stained with wheat germ agglutinin conjugated
to Alexa Fluor 594. At 24 hours post-infection, mice were sacrificed, and prostates were

digested and immunostained as described in the materials and methods and previously
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(Zychlinsky Scharff et al., 2019). Each sample, consisting of a single prostate, was acquired
on an LSRFortessa SORP (BD Biosciences). Doublets were excluded from the CD45"
immune cell population. Macrophages were identified as MHC II' CD11b" F4/80" CD64"
Ly6C/Ly6G"; dendritic cells (DCs) were MHCII' CD11b”" CD103"" F4/80° CD64".
Lymphocytes were gated as MHCII" CD11b~ CD90.2"; then, NK cells were identified as
NK1.1" CD3"; NK T cells were NK1.1" CD3"; T cells were NK1.1° CD3"; CD4" T cells were
NK1.1" CD3" CD4"; innate lymphoid cells were NK1.1" CD3". Monocyte derived cells were
CD11b" Ly6C/Ly6G™™ MHCII" or MHCII® F4/80™ CD64™; neutrophils were CD11b"
Ly6C/Ly6G" MHCII" F4/80° CD64"; cosinophils were CD11b" SiglecF" Ly6C/Ly6G™™
MHCII” F4/80™ CD64". Immune cells engulfing bacteria were identified as specified above
and then RFP" cells were identified.
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Figure S4. Prostate autofluorescence prevents detection of green-fluorescent OG1RF
strain. 6-8-week old male C57BL/6 mice were instilled with 107 CFU of either green
fluorescent protein expressing OG1RF (OG1RF-GFP, 24 hours PI) or not infected (naive). At
24 hours post-infection (PI), mice were sacrificed, and prostates were collected and processed
for flow cytometry. Plots show CD45" immune cells in the GFP channel from a naive and an

infected prostate following doublet exclusion.
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