Alteration of PBMC transcriptome profile after interaction with multipotent mesenchymal stromal cells under “physiological” hypoxia
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MSC immunophenotype.
Monoclonal antibodies conjugated with FITC or PE were used to identify MSCs, including CD90-FITC, CD73-PE, CD105-PE, CD45-PE and CD14-PE (Immunotec, France); IgG-PE or IgG-FITC were used as a negative control (Immunotec, France). Surface antigens expression was characterised with flow cytometry (AccuriC6, BD Bioscience, USA)
MSC immunophenotype were confirmed. MSCs were CD105, CD73, CD90 positive, and CD14 and CD45 negative (Fig. 1).
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Figure 8. Flow cytometry analysis of MSC phenotype 
Representative histograms of MSCs stained with antibody against positive (CD90, CD73, CD105) and negative (CD45, CD14) markers, (n=8).
MSC osteo- and adipopotential. 
For osteogenic induction, 10-8 М dexamethasone, 10 mM glycerol-2-phosphate and 0.2 mM 2-phospho-L-ascorbic acid (Sigma, USA) were added to α-MEM. Osteogenic differentiation was verified after staining of the mineralized matrix components with Alizarin red (Millipore, USA). For adipogenic induction, 0.5 mM isobutylmethylxanthine, 1 μM dexamethasone, 10 μg/ml insulin, and 200 μM indomethacin (Sigma, USA) were added to the culture medium. Adipodifferentiation was confirmed with OilRed O staining of intracellular lipid droplets (Millipore, USA). 
MSCs were undergoing osteo- and adipogenic differentiation in the presence of the appropriate stimuli in the medium (Fig. 2)
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Figure 9. Osteogenic and adipogenic differentiation of MSCs.
The induced osteo- and adipodifferentiation was evaluate in each passage. Representative images, (n=8).
A. – Lipid droplets in ASCs, Oil Red O staining. Bar 100 µm. B– ASC mineralized matrix, alizarin red staining.
Bar 100 µm.

PBMC populations distribution
The PBMC populations from each donor were characterised with flow cytometry (AccuriC6, BD Bioscience, USA) using antibodies against CD3/CD8/CD45/CD4 (BD Biosciences Cat# 340499, RRID:AB_400472) and CD3/CD16+CD56/CD45/CD19 (BD Biosciences Cat# 340500, RRID:AB_400473), CD14-PE (Immunotec, France), CD45-PerCP (BD Biosciences, USA). The ratio of lymphocyte populations/T cell subpopulations in PBMCs was demonstrated to be within the reference range (Table 1, Fig. 3).
Table 6. PBMC populations distribution
	Т cells CD3+
	B cells CD19+
	TEK CD3+CD56+16+
	EK 
CD3-CD56+16+
	T helpers
CD3+/CD4+
	T suppressors/cytotoxic
CD3+/CD8+
	Monocytes
CD 14+

	77±8
	7±2
	3±2
	11±5
	41±8
	24±6
	5±3


 
[bookmark: _GoBack]The ratio of lymphocyte populations/T cell subpopulations in PBMCs was demonstrated to be within the reference range (T cells: 77±8%, B cells: 7±2%, Т helpers: 41±8%, T cytotoxic: 24±6%, NKs: 11±5%, NKTs: 3±2% among lymphocytes and monocytes: 5±3% among leukocytes).
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Figure 10. Flow cytometry analysis of PBMC populations distribution 
Representative histograms of PBMCs stained with antibody against CD3/CD8/CD45/CD4, CD3/CD16+CD56/CD45/CD19, CD14-PE, CD45-PerCP (n=8).
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