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- A description of any restrictions on data availability
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Antibodies
Antibodies used

RNAseq and scRNAseq data generated during this study will be available at NCBI GEO (GSE156162) after the acceptance of the paper.

Quantitative analyses (flow cytometry, RT-qPCR) were routinely performed at sample sizes 3-5 biological replicates per group, which were
sufficient to generate statistically significant results.

No data were excluded from the study.

Results have been confirmed in at least 2 independent experiments.

Mice were allocated to groups based on genotyping results.

No investigator blinding was used in this study.

APC/Cy7 anti-mouse ITGB1 (HM"1-1) BioLegend Cat# 102226

FITC anti-mouse ITGB1 (HM"1-1) BioLegend Cat# 102205

Biotin anti-mouse ITGB1 (HM"1-1) BioLegend Cat# 102203

Alexa Fluor 700 anti-mouse CD45.2 (104) BioLegend Cat# 109822

Brilliant Violet 510 anti-mouse CD45.2 (104) BioLegend Cat# 109838

Biotin anti-mouse CD34 (RAM34) Thermo Fisher Cat# 13-0341-82

eFluor 660 anti-mouse CD34 (RAM34) Thermo Fisher Cat# 50-0341-82

PE/Cy7 anti-mouse MCAM (ME-9F1) BioLegend Cat# 134714

Alexa Fluor 647 anti-mouse MCAM (ME-9F1) BioLegend Cat# 134718

Purified anti-mouse BST-1 (BP-3) BioLegend Cat# 140202

PE anti-mouse BST-1 (BP-3) BioLegend Cat# 140204

APC anti-mouse BST-1 (BP-3) BioLegend Cat# 140207
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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

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

FITC anti-mouse BST-1 (KT157) Thermo Fisher Cat# MA5-17948

PE anti-mouse PDGFRa (APA5) BioLegend Cat# 135906

PE/Cy7 anti-mouse CR2/CR1 (7E9) BioLegend Cat# 123419

PE/Cy7 anti-mouse Ly6C (HK1.4) BioLegend Cat# 128017

Brilliant Violet 510 anti-mouse Ly6C (HK1.4) BioLegend Cat# 128033

Brilliant Violet 785 anti-mouse Ly6C (HK1.4) BioLegend Cat# 128041

Biotin anti-mouse Ly-6C (HK1.4) BioLegend Cat# 128003

BV421 anti-mouse/human CD45R/B220 (RA3-6B2) BioLegend Cat# 103251

APC anti-mouse CD71 (RI7217) BioLegend Cat# 113819

BV421 anti-mouse CD31 (MEC13.3) BD Horizon Cat# 562939

Biotin anti-mouse Pan-endothelial Cell Antigen (MECA-32) BioLegend Cat# 120504

Alexa Fluor 488 anti-mouse Pan-endothelial Cell Antigen Antibody (MECA-32) BioLegend Cat# 120506

PE Rat IgG2a Isotype Ctrl (RTK2758) BioLegend Cat# 400507

PE/Cy7 Rat IgG2a, # Isotype Ctrl (RTK2758) BioLegend Cat# 400521

APC Rat IgG2a, # Isotype Ctrl (RTK2758) BioLegend Cat# 400511

PE/Cy7 Rat IgG2c, # Isotype Ctrl (RTK4174) BioLegend Cat# 400721

Purified Mouse IgG1, # Isotype Ctrl Antibody (MOPC-21) BioLegend Cat# 400101

Polyclonal anti-mouse CCL21 LifeSpan

BioSciences Cat# LS-C104634-50

FITC anti-alpha smooth muscle actin (1A4) Abcam Cat# ab8211

Purified HMOX1 Monoclonal Antibody (HO-1-1) ThermoFisher Cat# MA1-112

APC CXCL13 Monoclonal Antibody (DS8CX13) ThermoFisher Cat# 17-7981-82

Desmin Polyclonal Antibody ThermoFisher Cat# PA5-16705

anti-mouse WT1 (SC06-41) LIFE Technologies Cat# MA532215

Rabbit IgG Isotype Control Thermo Fisher Cat# 10500C

Goat anti-Rabbit IgG (H+L) Secondary, Alexa Fluor 647 Thermo Fisher Cat# A-21245

Brilliant Violet 785 Streptavidin BioLegend Cat# 405249

PE/Cyanine7 Streptavidin BioLegend Cat# 405206

Antibodies used in this study were selected based on relevant validation statements on the manufacturer's website (i.e. detection of
mouse antigen as well as application in flow cytometry or confocal microscopy).

In the experiment addressing fibroblast populations during spleen development (Fig. 1f), 3-d old mice or 6-w old mice on C57BL/6
background were used. All other experiments were performed with age- and sex-matched 2-5 m old mice on C57BL/6 background.
C57BL/6JrJ mice were purchased from Janvier Labs. Ifnar1-KO, Stat1-KO and PdgfraH2B-GFP mice (described before, see Methods
section) were bred and maintained under specific pathogen free, SPF conditions according to Federation of European Laboratory
Animal Science Associations (FELASA) guidelines respectively at central animal facility of HZI Braunschweig, Germany; University of
Veterinary Medicine Vienna, Austria and San Raffaele Scientific Institute, Milan, Italy.

The study did not involve wild animals.

The study did not involve samples collected from the field.

Animal procedures were approved by the responsible state office (Lower Saxony State Office of Consumer Protection and Food
Safety, LAVES).

Spleens were digested with collagenase P (0.4 mg/ml), dispase II (2 mg/ml) and DNase I (50 µg/ml) in RPMI-1640
supplemented with 1 mM sodium pyruvate, 100 U/ml penicillin, 100 U/ml streptomycin, 10 mM HEPES and 5 % fetal bovine
serum (FBS). Spleens were pre-incubated with the above digestion solution injected into the organ using a 26G needle for 5
min at RT, then minced using scissors and digested for 30 min at 37 °C. Enzymatic treatment was repeated for additional 20




