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Antibodies
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Validation

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Sample sizes were not predetermined as this was an exploratory analysis. It was aimed to have at least 12 mice per treatment group for the
analysis which is sufficiently powered to detect a 10% difference between groups in endpoints with a 5% standard deviation. At 15 mice per
group we had more then sufficient power to detect the observed differences in our endpoints.

Data was not excluded from the manuscript

All animal experiments were performed with at least three replicates (individual mice) per treatment group and with at least 2 independent
experiments. Analysis of intestinal leukocyte populations (Fig 3) was performed with 4 independent experiments. Experiments involving
human cells (PBMC and intestinal leukocytes) were performed with at least 2 independent experiments from separate individuals. All
attempts at replication were successful.

Cages were randomly allocated to treatment groups . There was no predetermined randomization strategy. As the only variable was
treatment group covariates did not need to be adjusted. Sex, age and weight were equal between groups as all mice were used shortly after
receipt from Jackson Labs.

Pathologists were blinded during the collection and analysis of samples. The researchers were not blinded to the mouse treatment groups to
ensure tracking of the correct microbes being administered to the animals and to ensure downstream applications could be applied correctly.

All antibodies are cited in Supplementary Table 1

All antibodies were purchased from established manufacturers and validated by the manufacturer. The manufacturers and clones are
provided in Supplementary Table 1. Antibody validation by the manufacturer includes structural and functional validation as reviewed
for each antibody on the technical data sheet. No antibodies used in this project have not been validated or previously published on.
Each antibody validaiton is available on the manufacturers website.

8 week, male and female C57BL/6 mice. Mice were housed at specified pathogen free (SPF) health status in individually ventilated
cages at 21-22°C and 39%–50% humidity. Mice light/dark cycle is 12 hours light and 12 hours dark 7 days a week.

None
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Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

Instrument

Software

Cell population abundance

Gating strategy

None

Mount Sinai IACUC. Protocol referenced in manuscript.

Healthy patients are recruited at Mount Sinai to provide blood for PBMC isolation (IRB protocol number provided in
methods). Patients undergoing colon resection are recruited at Mount Sinai to provide tissue (IRB protocol number provided
in methods). All patients are consented. No specific age, gender or clinical characteristics were required by the investigators
for PBMC use. For colon resection samples patients were required to not have immune diseases of the intestine or be taking
immune suppressing medications.

Healthy patients have previously agreed to provide PBMC at Mount Sinai and can be contacted for future donations. Patients
undergoing a colon resection are recruited by their surgeon prior to surgery. Discarded tissue specimens are used for cell
isolation.

Mount Sinai Institutional Review Board.

For flow cytometry: For analysis by flow cytometry 100 !L of 2.4G2 Fc blocker was added to cells and incubated at 4°c for 10
min. Cells were then centrifuged at 2000rpm for 2min and resuspended in FACS buffer with antibodies (Supplementary Table
1). Antibodies stained for 30 min protected from light at 4 °C. After staining cells were fixed with 2% PFA for 15 min at room
temperature. Cells were then washed with FACS buffer three times and analyzed on the LSRII.

For CyTOF: Cells were washed twice with FACS buffer (DPBS w 3% FBS and 1 mM EDTA) and fixed in 1.6% paraformaldehyde
for 20 minutes at room temperature. Cells were then washed twice and diluted in FACS buffer and placed at 4 °C until
staining. Prior to CyTOF assays previously optimized antibody mixtures were prepared in cell staining media (CSM, Fluidigm).
Antibody lists are outlined in Supplementary Table 1. Each sample was washed and resuspended in 800 !l of 1X Barcode
Perm Buffer (Fluidigm Inc.). Compatible Pd-barcodes were thawed, resuspended in 100 !L of 1X Barcode Perm Buffer and
added to the samples. Samples were incubated on ice for 30 minutes then washed in CSM and pooled together. Each
barcoded set of samples (corresponding to a single treatment condition) was first resuspended in 100 !L of CSM containing
100 U ml-1 heparin (Sigma) to block non-specific MaxPar Antibody binding. A titrated surface antibody panel designed to
allow identification of all major immune subsets (Supplementary Table 1) was prepared in an additional 100 !l of CSM,
filtered through a 0.1 !m spin filter (Amicon) and added directly to the sample. Samples were stained for 30 minutes on ice,
then washed with CSM and fixed with freshly diluted 2% formaldehyde (Electron Microscopy Sciences) in PBS to cross-link
and preserve all surface antibodies. The samples were then washed and permeabilized by the addition of 1 ml of ice-cold
100% methanol, added dropwise while vortexing. Samples were incubated on ice for 30 minutes (or transferred to "80 °C for
long term storage), after which they were washed twice with CSM and again resuspended in 100 ul of CSM containing 100 U
ml-1 heparin.

LSRII, CyTOF

Flowjo and Cytobank using standard methods.

No sorting

Gating strategy provided in the manuscript and in the extended data.

For PBMC CyTOF assays

All cells are gated for singlets based on DNA staining.

B cells are CD19+CD3-.

T Cells are CD3+ CD19- then CD8+CD4- (CD8 T Cells), CD4+CD8- (CD4 T Cells) or CD4-CD8- (CD4-CD8- T Cells).

NK Cells are CD3-CD19-HLADR-CD56+.




