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Flow cytometry

Single cell suspensions were obtained from the spleens of NZB/W F1 mice at autopsy (at 43
weeks of age). An Fc blocking antibody was used to prevent non-specific binding (anti-mouse
CD16/32, BioLegend, San Diego, CA, USA). To analyze T cell subset, the splenocytes were
stained with peridinin chlorophyll protein complex-conjugated anti-mouse CD45 (PerCP-
CD45, 1.25 pl/well, BioLegend), allophycocyanin-conjugated anti-mouse CD3e (APC-CD3e,
1 ul/well, eBioscience, San Diego, CA, USA), fluorescein isothiocyanate (FITC)-conjugated
anti-mouse CD4 (FITC-CD4, 2 ul/well, BD Biosciences, San Jose, CA, USA), and PE-

cyanine7-conjugated anti-mouse CD8a (0.5 pl/well, eBioscience).

Macrophage subset was analyzed; briefly, we examined proportion of M1 (CD45+ CD64+
CDll1c+ CD206-) and M2 (CD45+ CD64+ CD1lc- CD206+) cells using PerCP-conjugated
anti-mouse CD45 (1.25 pl/well, BioLegend), APC-conjugated anti-mouse CD64 (5 pl/well,
BioLegend), PE-conjugated anti-mouse CD11c (1.25 pl/well, BioLegend), and Alexa Fluor

488-conjugated anti-mouse CD206 (2 pl/well, BioLegend).

To analyze T helper cell subset, splenocytes were stained with antibodies to CD4 and CD25
(FITC-conjugated anti-mouse CD4 and APC-conjugated anti-mouse CD25, BD Biosciences).
Cells were fixed and permeabilized prior to staining with PE-conjugated Foxp3 (0.5 ul/well,
BD Biosciences), PE-conjugated ROR-yt (2 ul/well, ebioscience), PE-conjugated T-bet (2

ul/well, ebioscience), and PE-conjugated GATA-3 antibodies (4 pl/well, ebioscience).

Flow cytometry analysis was performed using a FACSymphony A3 (Becton Dickinson,

Franklin Lakes, NJ, USA), and the data were analyzed using BD FACSDiva Software (BD).
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Supplementary Figure 1. Immunophenotype and differentiation capacity of immortalized

mesenchymal stem cells primed with conditioned media obtained from disease-

conditioned immune cells.
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Supplementary Figure 2. A representative gating scheme of the T cell subset in the spleen.
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Supplementary Figure 3. A representative gating scheme of the macrophage subset in the

spleen.
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Supplementary Figure 4. The proportions of T helper cell subset in the spleen determined
by flow cytometry. The proportions of CD4*CD25"Fox3" (Treg), CD4"CD25"Fox3" (Th17),
Treg: Th17, CD4"CD25 T-bet" (Th1), and CD4"CD25"GATA3" (Th2) in the spleen (n = 6 per
group). Data (mean + standard error of mean) were compared using a one-way analysis of
variance (f: p < 0.05) followed by Tukey’s post-hoc tests. *: Significantly different compared
with the control group (vs. group C, p < 0.05). No difference were observed. C: control (dPBS
treatment group), E: ASC-EV treatment group and CM: CM-EV treatment group, Th: T helper,

Treg: regulatory T cells.



