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Antibodies
Antibodies used

Source data are provided with this paper.

Experimental sample sizes were determined based on extensive prior experience of identical or similar cell biology or biochemical assays or
prior experiments using the HDM challenge model in vivo (see for example DOI: 10.1183/09031936.00022908).

No data was excluded from analysis

All experiments were repeated on at least 3 independent occasions as detailed in figure legends. Only data that was reproducible across all
experiments was presented.

samples were randomly allocated to experimental groups.

investigators were blinded during data acquisition and/or analysis as indicated in the manuscript.

p-CAR Thr290/Ser293 polyclonal antibody was previously described and was developed by Perbioscience (Thermofisher) using the
peptide Ac- RTS (pT)AR(pS)YIGSNH-C and was affinity purified before use.

Santa Cruz Technology - Anti-CAR (H300, discontinued), Anti HSC70 (sc-7298, clone B6).

Cell Signaling Technology - Phospho-p44/42 MAPK (Thr202/Tyr204 (9101); p44/42 MAPK (4695; clone 137F5); Phospho-PKCdelta
Tyr311 Antibody (2055). Phospho-Stat1 Tyr701 (9167, clone 58D6); rabbit anti-E-Cadherin (24E10 – 3195)

Abcam - alpha smooth muscle Actin (1A4); Collagen I (clone EPR7785, ab138492); caveolin1 (clone E249, ab32577); Ly6g (clone
EPR22909-135; ab238132); IL19 (clone EPNCIR168, ab154187); E-Cadherin antibody (clone DECMA-1; ab11512)

Sigma - Anti-fibronectin (F7387, Clone FN-15); Clara/club cell (07-623); ZO-1 (clone 5G6.1, MABT339)

Roche - GFP (11814460001)

R&D Systems - phospho-Ser9 GSK3 (clone 609739, MAB25062), GSK3 (clone 272536, MAB2506); phospho SMAD2/3 (clone
1074A, MAB8935)

DAKO - Anti-mouse HRP (K4000) and anti-rabbit-HRP (K4002)
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Policy information about cell lines

Cell line source(s)
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Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

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

Laboratory animals

Wild animals

Field-collected samples

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

Invitrogen - Anti-mouse-488 (A11001), Anti-rabbit-488 (A11008), Anti-mouse 568 (A11004), Anti-rabbit 568 (A11011)

Biolegend - TCR- Brilliant violet 421 (clone B1, 331218); CD45-PerCP Cy5 (clone 2D, 368504); CD3-FITC (clone 17A2, 100210);
CD4-PE (clone GK1.5, 100408); B220 PECy7 (clone RA3-6B2, 103222); CD8 Alexa647 (clone SK1, 344726); NK1.1 APC-Cy7 (clone
PK136, 108724); Ly-6G Brilliant violet 421 (clone 1A8, 127628); CD11c FITC (clone N418, 117306), CD11b PE (clone M1/70 101208)

BD Biosciences - Siglec F-Alexa700 (clone E50-2440, AB_2739097)

The non-commercial anti pCAR antibody was validated in a previous publications from our laboratory (Morton et al, 2013, 2016) and
was routinely tested against CAR negative cell lines or those treated with calyculinA as a positive control. The commercial antibodies
were validated by the relevant vendors as detailed on the relevant websites.

16HBE human bronchial epithelial cells were a gift from Prof D. Gruenert (University of Vermont, US; commercially available
from Sigma (SCC150)

HEK 293T cells (used for lentiviral production) were purchased from ATTC (CRL-3216)

Primary human lung fibroblasts were a gift from Prof Jenkins (National Heart and Lung Institute, Imperial College London, UK)

Airway smooth muscle cells were a gift from Dr. Woczcek (King’s College London, UK)

HL60 cells were purchased from ATCC (CCL-240)

none of the cell lines used were authenticated

All cells were tested monthly for mycoplasma and were found to be negative

No commonly misidentified cells were used in this study

Scgb1a1-CreERTM were purchased from The Jackson Laboratory. These mice express a tamoxifen-inducible form of cre recombinase
from the Scgb1a1 locus (secretoglobin), inducing cre recombinase activity in bronchiolar non-ciliated Club cells. These mice were
crossed with mice carrying floxed alleles for CAR (B6;129S2-Cxadrtm1.1Ics) (17). Male and female mice were used for breeding. Only
female mice were used for experimentation. Female C57BL/6 mice were purchased from Jackson Labs (strain 027). Intraperitoneal
administration of Tamoxifen (Sigma) was used to induce the lung epithelial expression of Cre and excision of CAR. Tamoxifen was
administered using 75 mg tamoxifen/kg body mouse weight for 6 consecutive days and lungs were extracted after 2 weeks from the
end of the Tamoxifen treatment. Tamoxifen was diluted in corn oil (Sigma). Control mice (mock, no KO generated) received corn oil
intraperitoneally. All mice were used between 6 and 12 weeks of age. Mice were housed under 12-hour light/12- hour dark cycles
with the lights slowly rising and dimming over a 30min period. Housing temps range between 20 and 23 degC, humidity 45 to 55.

no wild animals were used in this study

no field-collected animals were used in this study

The use of animals for this study was approved by the Ethical Review Committee at King’s College London and the Home Office, UK.
All animals were housed in the Biological Support Unit (BSU) located in New Hunt’s House at King’s College London. All experiments
were carried out under project license no. P9672569A and personal license no I0F9CA46A.

Bronchoalveolar lavage (BAL) was performed by washing the airways three times with 400 !l of PBS, after centrifugation




