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Loss of p53 in mesenchymal stem cells promotes alteration of bone remodeling through negative regulation of osteoprotegerin
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Supplementary figures Legends

Figure S1 related to Figure 1: 
(A) Quantification of trabecular bone thickness from microCT scans. n=4. (B) Quantification of bone volume relative to total volume from micro-CT scans. n=4. (C-E) Low Opg mRNA levels were associated with better prognosis of patients with Ewing sarcoma. (F) Kaplan Meier analysis in patients with mixed sarcoma according with Opg mRNA levels. Data are shown as mean ± SD. * p<0.05, ** p<0.01, *** p<0.001, n.s. not significant.

[bookmark: OLE_LINK3]Figure S2 related to Figure 2: 
(A) Quantification of p53 mRNA expression by real-time qPCR of p53+/+, p53+/- and p53-/- MSCs. Data are shown as mean ± SEM. *** p<0.001. (B) Quantification of p53 protein levels in p53+/+, p53+/- and p53-/- MSCs by western blot. (C) MSCs surface markers were analyzed by flow cytometry. p53+/+ and p53-/- MSCs were stained with the indicated antibodies or isotype controls and analyzed by flow cytometry. Data were analyzed by FCS Express software. Areas in grey shadow represent isotype controls; red lines represent specific antibodies.

Figure S3 related to Figure 3: 
(A) Annexin V and propidium iodide double staining of p53+/+ MSCs treated with the vehicle dimethyl sulfoxide (DMSO), or with cisplatin. Data were analysed by FCS-Express software. (B) Quantification of p53 mRNA expression in p53+/+ MSCs treated with cisplatin for 48 hours. The experiments were repeated twice. (C) Quatification of p53 protein levels in p53+/+ MSCs after cisplatin treatment. (D) Opg mRNA expression in p53+/+ MSCs treated with cisplatin for 48h. (E and F) Human umbilical cord derived MSCs were infected by p53 shRNA (shp53) lentiviral particles or control shRNA lentiviral particles (shCtrl) for 24 hours. Puromycin was then added to the culture at the concentration of (3 μg/ml) after removal of lentiviral particles. Cells were harvested and collected after 3 days for the detection of p53 at mRNA (E) and protein level (F). (G) OPG mRNA quantification after silencing p53 in human umbilical cord derived MSCs. Data are shown as mean ± SEM. * p<0.05, *** p<0.001. The experiments were repeated at least twice (biological replicates) with similar results.  

[bookmark: _GoBack]Figure S4 related to Figure 4: 
[bookmark: OLE_LINK1](A) Flow cytometry analysis of bone marrow derived monocyte subset from p53+/+ or p53-/- mice. Cells were analyzed by antibodies to CD11b and Ly6C. (B) Representative percentage of CD11b+ and Ly6C+ monocytes as described in (A). 
(A) 

Supplementary Table 1. Primers for quantitative real time PCR. 
	Primers (mouse)
	Sequence

	p53 forward
	5’-GTCACAGCACATGACGGAGG-3’

	p53 reverse
	[bookmark: OLE_LINK4][bookmark: OLE_LINK7]5’-TCTTCCAGATACTCGGGATAC-3’

	Opg forward
	5’-ACCCAGAAACTGGTCATCAGC-3’

	Opg reverse
	5’-CTGCAATACACACACTCATCACT-3’

	Runx2 forward
	5’- CCACGGCCCTCCCTGAACTCT -3’

	Runx2 reverse
	5’- ACTGGCGGGGTGTAGGTAAAGGTG -3’

	Osterix forward
	5’- ATGGCGTCCTCTCTGCTTG -3’

	Osterix reverse
	5’- TGAAAGGTCAGCGTATGGCTT -3’

	Trap forward
	5’-CACTCCCACCCTGAGATTTGT-3’

	Trap reverse
	5’-CATCGTCTGCACGGTTCTG-3’

	Itgb3 forward
	5’-CCACACGAGGCGTGAACTC-3’

	Itgb3 reverse
	5’-CTTCAGGTTACATCGGGGTGA-3’

	Actb forwards
	5’-TTCCAGCCTTCCTTCTTGGG-3’

	Actb reverse
	5’-TGTTGGCATAGAGGTCTTTACGG-3’



	Primers (human)
	Sequence

	p53 forward
	5’-CCCCTCCTGGCCCCTGTCATCTTC-3’

	p53 reverse
	5’-GCAGCGCCTCACAACCTCCGTCAT-3’

	OPG forward
	5’-GCGCTCGTGTTTCTGGACA-3

	OPG reverse
	5’-AGTATAGACACTCGTCACTGGTG-3’

	ACTB forward
	5’-GGACTTCGAGCAAGAGATGG-3’

	ACTB reverse
	5’-CACCTTCACCGTTCCAGTTT-3’




