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We provide new evidence of in vitro differentiation assays performed to validate hMSC
osteogenic potential (Supplementary Figure 2). To determine the capacity of cells to undergo
osteogenic differentiation (Supplementary Figure 2) we tested alkaline phosphatase activity at day
14 and mineralization at the end of the differentiation period, specific features of bone cells. Controls
were human dermal fibroblasts (provided by Dr. Lucia Moldovan, INCD-SB, Bucharest, Romania)
and MSC grown without differentiation factors. The results showed that ALP activity is significantly
intensified after osteoblastic differentiation of hMSC, and dermal fibroblasts (negative control), using
NBT/BCIP (nitro blue tetrazolium chloride/5-bromo-4-chloro-3-indolyl-phosphate, Roche) staining.
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Figure S1. hMSC immunophenotyping by flow cytometry.

The phenotype of hMSCs was investigated by flow cytometry method using a FACSCalibur
instrument (Becton Dickinson) after labeling the cells with antibodies against specific MSC and HSC
(Hematopoietic stem cells) markers (BD Biosciences) (Supplementary Figure 1). Results showed that
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cells were negative for HSC and immune cell markers (CD14, CD34, CD45) and positive for MSC
markers (CD13, CD29, CD90) (Supplementary Figure 1) thus the immunophenotype of hMSCs was
validated at passage two after cell isolation.

Figure S2. (A) Alkaline phosphatase enzymatic activity of primary cells grown in osteoblast
differentiation media. (a) Dermal fibroblasts, (b) MSC and, (c) MSC P2 differentiated osteoblasts were
tested in the NBT-BCIP substrate solution. (B) Osteoblast mineralisation assay. (a) Dermal fibroblasts,
(b) MSC and, (c¢) MSC P2 differentiated osteoblasts were incubated with Alizarin Red, which
specifically binds Ca? ions.



