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Antibodies
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Validation

DNA sequencing data were deposited in the European Nucleotide Archive under accession number PRJEB39583 [https://www.ebi.ac.uk/ena/browser/view/
PRJEB39583]. Source data are provided with this paper. Other data supporting the findings of this study are available from the corresponding author upon request.

No sample size calulation was performed, sample size were determined based on prior similar experiments (Tan et al, 2017, Cell Reports) and
according to the principles of the 3Rs (Replacement, Reduction and Refinement).

No successfully acquired data was excluded.

The number of independent replication of experiments is indicated in the corresponding figure legend for each figure.

Mice were age and sex-matched for each experiment, and beddings were mixed between cages to normalise microbiome composition before
beginning experiments. Each cage of mice were randomized to different experimental groups, but individual mice were not randomized to
experimental group as male mice from different cages cannot be co-housed due to fighting post-weaning.

For histological analysis of mucus thickness layer, images were scored/analyzed blinded to the study design. Histological analysis of colon
sections from DDS-induced colitis mice were scored by at least 2 independent researcher who were not blinded to the study design but were
blinded to the samples (images were captured and filenames deidentified for scoring). No blinding was performed for analysis of in vitro
experiments as well as flow cytometry experiments as the data analysis was performed using standard operating procedure such as pre-
defined gating strategies and the data as well as its analysis are quantitative in nature and not subjective.

The following anti-mouse antibodies were used in this study: CD45-BV785 (30-F11) Cat#103149, CD95-APC (SA367H8) Cat#152604,
GL-7-FITC (GL7) Cat#144603, B220-APC (RA3-6B2) Cat#103212, CD4-PerCP (RM4-5) Cat#100538 from BioLegend, IgA-PE (11-44-2)
Cat#12-5994-81 from eBioscience, B220-VioGreen (REA755) Cat#130-110-852 from Miltenyi-Biotec

All antibodies are from commercial sources and used according to the manufacturer's instruction. Validation data are available from
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Ethics oversight
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Flow Cytometry

Plots

Confirm that:
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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

the manufacturer's website (BioLegend, eBioscience and Miltenyi-Biotec):

CD45-BV785 (30-F11) Cat#103149

https://www.biolegend.com/en-us/products/brilliant-violet-785-anti-mouse-cd45-antibody-10636

CD95-APC (SA367H8) Cat#152604

https://www.biolegend.com/en-us/products/apc-anti-mouse-cd95-fas-antibody-13906

GL-7-FITC (GL7) Cat#144603

https://www.biolegend.com/en-us/products/fitc-anti-mouse-human-gl7-antigen-t-and-b-cell-activation-marker-antibody-8284

B220-APC (RA3-6B2) Cat#103212

https://www.biolegend.com/en-us/products/apc-anti-mouse-human-cd45r-b220-antibody-442

CD4-PerCP (RM4-5) Cat#100538

https://www.biolegend.com/en-us/products/percp-anti-mouse-cd4-antibody-4229

IgA-PE (11-44-2) Cat#12-5994-81

https://www.thermofisher.com/antibody/product/IgA-Antibody-clone-11-44-2-Monoclonal/12-5994-81

B220-VioGreen (REA755) Cat#130-110-852

https://www.miltenyibiotec.com/AU-en/products/cd45r-b220-antibody-anti-mouse-reafinity-rea755.html#percp-vio-700:30-ug-
in-200-ul

HT29 was obtained from ATCC. HEK-Blue mTLR4 was obtained from InvivoGen

Authentication of cell line was not performed for HT29 cellline. HEK-Blue mTLR4 cell line was validated functionally, based on
its reporter activity against TLR4 ligand using LPS as a positive control.

Cell lines were routinely tested negative for mycoplasma contamination

No commonly misidentified lines were used in this study

Male C57BL/6 mice (6 weeks of age) were purchased from Animal Bioresource (NSW, Australia) and maintained under specific
pathogen-free conditions, with a 12h light/dark cycle maintained at 22 degrees celcius, 50% humidity. Animals were housed in cages
with non-edible compressed cotton fibre (iso-PADS) bedding.

This study did not involve the use of wild animals

This study did not collect samples in the field

All animals were housed in the animal facility of the Charles Perkins Centre. All experiments were performed in accordance with
protocols approved by the University of Sydney Animal Ethics Committee.

Single-cell suspensions were prepared by mechanical disruption of tissues through a 100µm filter. For isolation of intestinal




