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Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

GSE164573, GSE110878, GSE110038

Based on our previous work (Duchamp de Lageneste O. et al, Periosteum contains skeletal stem cells with high bone regenerative potential
controlled by Periostin, Nature Communications, 2018 Feb 22;9(1):773, Julien A. et al, FGFR3 in Periosteal Cells Drives Cartilage-to-Bone
Transformation in Bone Repair, Stem Cell Reports, 2020 Oct 13;15(4):955-967), groups of 3 to 6 animals is sufficient for quantitative analyses.

All samples were included except for fractures that were proximal and/or distal comminuted fractures. Exclusion criteria were pre-established
knowing that proximal/distal comminuted fractures exhibit changes in fracture healing parameters as volume of callus, cartilage and bone,
independently of other experimental parameters.

For each experimental group, mice were from different litters and samples obtained from multiple experiments (at least 2) to generate
biological replicates. For RT-qPCR analyses, results are reported for 3 to 4 biological replicates, and 2 to 3 technical replicates were generated.
All technical replicates were successful.

No specific randomization methods were used for the study. However, experimental groups were homogeneous and composed of equivalent
animals based on gender, age and genotype.

All analyses were performed using a blind numbering system. Unique identifier number was assigned to each mouse, and samples were
collected, processed and analyzed using this blinding numbering system.

Antibodies for FACS were all diluted at 1:200 (supplier, catalog number, clone)

CD31-PECy7 (BD Biosciences, catalog number 561410, clone 309)

CD45-PECy7 (BD Biosciences, catalog number 552848, clone 30-F11)

CD11b-PECy7 (BD Biosciences, catalog number 552850, clone M1/70)

CD34-AF700 (BD Biosciences, catalog number 560518, clone RAM34)

Sca1-BV650 (BD Biosciences, catalog number 740450, clone D7)
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Validation

CD29-APC (Miltenyi Biotec, catalog number 130-102-557, clone HM"1-1)

PDGFR"-APC (Invitrogen, catalog number 17-1402-80, clone APB5)

PDGFR!-BV711 (BD Biosciences, catalog number 740740, clone APA5)

Primary antibodies used for immunofluorescence (dilution, catalog number, supplier)

goat anti-mouse periostin (1/400, catalog number AF2955, R&D)

goat anti-mouse PDGFR! (1/200, catalog number AF1062, R&D)

rabbit anti-mouse NG2 (1/50, catalog number AB5320, Merck)

rabbit anti-mouse PDGFR" (1/200, catalog number ab32570, Abcam)

goat anti-mouse CD29 (1/50, catalog number 026202, R&D)

anti-mouse !SMA-Cy5 (1/200, catalog number AC12-0159-11, clone 1A4, Clinisciences).

rabbit anti-mouse ColX (1/200, catalog number ab58632 Abcam)

rabbit anti-mouse Osx (1/400, catalog number ab22552 Abcam)

rabbit anti-mouse S100b (1/200, catalog number Z0310, Agilent)

Secondary antibodies used for immunofluorescence: goat anti-rabbit AF647 (1/250, catalog number 21245, Life Technologies),
donkey anti-goat AF647 (1/500, catalog number ab150135, Abcam), goat anti-rabbit AF546 (1/250, catalog number A11010,
Invitrogen) and donkey anti-goat AF488 antibody (1/250, catalog number A11055, Invitrogen)

All FACS antibodies were validated using UltraCompBeads (REF 01-2222-42, Thermo Fischer). FMO controls were used to determine
background level of each color and separate positive and negative signal.

Antibody/Fluorochrome Supplier Validation)

CD31-PECy7/ http://www.bdbiosciences.com/eu/applications/research/stem-cell-research/cancer-research/mouse/pe-cy7-rat-anti-
mouse-cd31-390/p/561410

CD45-PECy7/ http://www.bdbiosciences.com/eu/applications/research/stem-cell-research/cancer-research/mouse/pe-cy7-rat-anti-
mouse-cd45-30-f11/p/552848

CD11b-PECy7 / http://www.bdbiosciences.com/us/applications/research/stem-cell-research/mesenchymal-stem-cell-markers-bone-
marrow/mouse/negative-markers/pe-cy7-rat-anti-cd11b-m170/p/552850

CD34-AF700 / http://www.bdbiosciences.com/us/applications/research/stem-cell-research/cancer-research/mouse/alexa-fluor-700-
rat-anti-mouse-cd34-ram34/p/560518

Sca1-BV650 / https://www.bdbiosciences.com/us/reagents/research/antibodies-buffers/immunology-reagents/anti-mouse-
antibodies/cell-surface-antigens/bv650-rat-anti-mouse-ly-6ae-d7/p/740450

CD29-APC / https://www.miltenyibiotec.com/FR-en/products/macs-flow-cytometry/antibodies/primary-antibodies/cd29-antibodies-
mouse-hmb1-1-1-10.html#apc:30-ug-in-1-ml

PDGFR"-APC / https://www.thermofisher.com/antibody/product/CD140b-PDGFRB-Antibody-clone-APB5-Monoclonal/17-1402-82

All antibodies used for immunofluorescence staining were validated by manufacturers or in published studies:

goat anti-mouse periostin (1/400, catalog number AF2955, R&D): Duchamp de Lageneste O. et al, Periosteum contains skeletal stem
cells with high bone regenerative potential controlled by Periostin, Nature Communications, 2018 Feb 22;9(1):773

goat anti-mouse PDGFR! (1/200, catalog number AF1062, R&D): Uezemi A. et al, Mesenchymal progenitors distinct from satellite
cells contribute to ectopic fat cell formation in skeletal muscle, Nature Cell Biology, 2010 Feb;12(2):143-52.

rabbit anti-mouse NG2 (1/50, catalog number AB5320, Merck): Koatallari E. et al, Pericytes in the myovascular niche promote post-
natal myofiber growth and satellite cell quiescence, Development. 2015 Apr 1;142(7):1242-53.

rabbit anti-mouse PDGFR" (1/200, catalog number ab32570, Abcam): Abcam cite NIH/3T3 cells as positive control. https://
www.abcam.com/pdgfr-beta-antibody-y92-c-terminal-ab32570.html

goat anti-mouse CD29 (1/50, catalog number 026202, R&D): Duchamp de Lageneste O. et al, Periosteum contains skeletal stem cells
with high bone regenerative potential controlled by Periostin, Nature Communications, 2018 Feb 22;9(1):773

anti-mouse !SMA-Cy5 (1/200, catalog number AC12-0159-11, clone 1A4, Clinisciences): https://abcore.com/anti-alpha-smooth-
muscle-actin-antibody-cy55-p-ac12-0159-11/

rabbit anti-mouse ColX (1/200, catalog number ab58632 Abcam): Julien A. et al, FGFR3 in Periosteal Cells Drives Cartilage-to-Bone
Transformation in Bone Repair, Stem Cell Reports, 2020 Oct 13;15(4):955-967.

rabbit anti-mouse Osx (1/400, catalog number ab22552 Abcam): Julien A. et al, FGFR3 in Periosteal Cells Drives Cartilage-to-Bone
Transformation in Bone Repair, Stem Cell Reports, 2020 Oct 13;15(4):955-967.

rabbit anti-mouse S100b (1/200, catalog number Z0310, Agilent): Radomska K.J. et al, Cellular Origin, Tumor Progression, and
Pathogenic Mechanisms of Cutaneous Neurofibromas Revealed by Mice with Nf1 Knockout in Boundary Cap Cells, Cancer Discovery,
2019 Jan;9(1):130-147.

Secondary antibodies were incubated without primary antibody as control.




