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Supplementary Figure 1 Contact with allogeneic ASCs increases expression of CD69 in
Tregs. The figure depicts intensity of (a) FoxP3, (b) CD25, (¢) Helios and (d) CD69 expression
in Tregs positive for the particular marker measured as median fluorescence intensity (MFI). The
data are shown for Tregs in monocultures at day 7 and 14 after isolation (Solo day 7 and Solo day
14, respectively), from direct and indirect cocultures at day 14 after Treg isolation that corresponds
with day 7 of the coculture (Direct day 14 and Indirect day 14, respectively), and from Treg
monocultures supplemented with ASC culture supernatants (SNs) at day 14 after isolation
(corresponds with day 7 of culture supplementation with SNs; SN day 14). * defines p<0.05 for
comparisons between the given condition vs Solo day 7. ** defines p<0.05 for differences between
the given condition vs Solo day 14. *** defines p<0.05 for differences between the given condition
vs SN day 14. The data were calculated for 9 independent experiments with a two-sided Mann-
Whitney U test with correction. In all boxplots the median is indicated by the symbol within the
box, lower and upper bounds of the boxes correspond with the 25th and 75th percentiles. The lower
and upper whiskers indicate minimum and maximum values, respectively. Source data are

provided as a Source Data file.
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Supplementary Figure 2 Gating strategy for analysis of proliferation suppression assay. (a)
Before the analysis cells were labelled with 7-ADD in aim to distinguish live (Live 7-ADD") and
dead (Dead 7-ADD") cells. (b) Then, live cells were gated for VPD-450 stained Tconvs (Tconv

VPD-450") and unlabelled Tregs (Tregs VPD4507). Left dot-plot shows autofluorescence of
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control unstained Tregs. The control was used in aim to cut off labelled Tconvs from unlabelled
Tregs. The right dot-plot depicts an exemplary result of the test. Unstained Tregs (Tregs VPD450"
) and VPD-450 labelled Tconvs (Tconv VPD-450") can be distinguished. Tconvs have divided
several times and thus the dye dilution is visible. (¢) In the next step 7-ADDVPD-450" Tconvs
were analysed. Left histogram shows fluorescence of VPD-450 labelled and unstimulated Tconvs
(Negative control). Signal from negative control was used to cut-off non-proliferating cells (0)
from division peaks. Right histogram shows an exemplary result of the test. The division peaks
are numbered 1 through 5. Proliferation index have been calculated by using the number of cells

measured in each division peak.
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Supplementary Figure 3 Gating strategy for analysis of ASC derived organelle transfer. (a)
Tregs and ASCs from the cocultures were distinguished according to different expression of
CD105 molecule and SSC (side scatter) values. Tregs and ASCs were identified as SSCF°YCD105"
and SSCHM€"CD105" cells, respectively. (b) Then Tregs were plotted on separate graphs for
analysis of uptake of plasmalemma (left panel; plasmalemma uptake visible as increase in DID
fluorescence), mitochondria (middle panel; mitochondria uptake visible as increase in MIG
fluorescence) and cytosol (right panel; cytosol uptake visible as increase in CV fluorescence). For
uptake of each studied cellular element an exemplary result for control unstained Tregs from
monocultures (Tregs Solo unstained) and Tregs derived from direct cocultures with labelled ASCs
(Tregs Direct unstained) is shown. (¢) Gating Tregs for analysis of uptake of active (MIG"CM-

XRos") and inactive (MIG'CM-XRos") mitochondria derived from ASCs.
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Supplementary Figure 4 Frequency of active mitochondria in ASCs is decreased after direct
coculture with allogenic Tregs. The figure depicts frequency of active mitochondria per total
mitochondria mass in ASCs before (Before direct coculture) and after (After direct coculture) the
direct coculture with Tregs. The data were calculated for 7 independent experiments with a two-
sided Mann- Whitney U test with correction. * defines p<0.05. In all boxplots the median is
indicated by the symbol within the box, lower and upper bounds of the boxes correspond with the
25th and 75th percentiles. The lower and upper whiskers indicate minimum and maximum values,

respectively. Source data are provided as a Source Data file.



Supplementary Table 1 High resolution typing of HLA of Treg and ASC donors. The table lists HLA alleles typed with NGS

method for all Treg and ASC donors. The data are grouped in pairs that correspond with Treg-ASC cocultures performed.

No. Tregs

of the | and

Treg- | ASCs

ASC |usedin

pair | the HLA- HLA- HLA- HLA-
culture | HLA-A* | HLA-A* | HLA-B* | HLA-B* | HLA-C* | HLA-C* | DRB1* DRB1* DQBI1* | DQBI1*

1. Tregs 1 | 03:01:01 | 26:01:01 |07:02:01 | 35:03:01 |04:01:01 |07:02:01 | 12:01:01 15:01:01 03:01:01 | 06:02:01
ASCs 1 |02:01:01 | 03:01:01 | 38:01:01 |41:01:01 | 12:03:01 |17:01:01 | 03:01:01 13:01:01 02:01:01 | 06:03:01

2. Tregs 2 | 02:01:01 | 26:01:01 |07:02:01 | 51:01:01 | 01:02:01 | 07:02:01 | 11:03:01 15:01:01 03:01:01 | 06:02:01
ASCs 2 | 26:01:01 |32:01:01 [38:01:01 |51:01:01 |02:02:02 |12:03:01 | 03:01:01 13:01:01 02:01:01 | 06:03:01

3. Tregs 3 | 01:01:01 | 02:01:01 | 15:01:01 | 57:01:01 | 03:04:01 | 06:02:01 | 04:01:01 13:03:01 03:01:01 | 03:02:01
ASCs 3 | 02:01:01 | 03:01:01 |39:01:01 |44:02:01 |05:01:01 |07:02:01 | 01:01:01 11:01:01 03:01:01 | 05:01:01

4. Tregs3 | 01:01:01 | 02:01:01 | 15:01:01 | 57:01:01 | 03:04:01 | 06:02:01 | 04:01:01 13:03:01 03:01:01 | 03:02:01
ASCs 4 | 02:01:01 | 24:02:01 [07:02:01 |39:01:01 |07:02:01 |12:03:01 | 04:01:01 11:01:01 03:01:01 | 03:02:01

5. Tregs 4 | 02:01:01 27:02:01 | 51:01:01 |02:02:02 | 15:02:01 | 11:01:01 03:01:01
ASCs 5 | 02:01:01 | 11:01:01 | 27:05:02 | 39:01:01 | 02:02:02 13:01:01 06:03:01

6. Tregs 5 | 03:01:01 | 24:02:01 | 15:01:01 |40:01:02 | 03:03:01 | 07:02:01 | 03:01:01 07:01:01 02:01:01 | 02:02:01
ASCs 6 | 02:01:01 | 11:01:01 | 27:02:01 | 52:01:01 ]02:02:02 | 12:02:02 | 01:01:01 16:01:01 05:01:01 | 05:02:01

7. Tregs 6 | 01:01:01 | 02:01:01 | 08:01:01 | 13:02:01 | 06:02:01 | 07:01:01 | 03:01:01 07:01:01 02:01:01 | 02:02:01
ASCs 6 | 02:01:01 | 11:01:01 | 27:02:01 | 52:01:01 | 02:02:02 | 12:02:02 | 01:01:01 16:01:01 05:01:01 | 05:02:01

8. Tregs 7 | 02:01:01 | 31:01:02 | 08:01:01 |27:05:02 |02:02:02 | 07:01:01 | 03:01:01 09:01:02 ] 02:01:01 | 03:03:02
ASCs 7 [ 02:01:01 | 24:02:01 |40:02:01 02:02:02 11:01:01 03:01:01

9. Tregs 8 | 03:01:01 | 30:02:01 | 18:01:01 | 56:01:01 | 01:02:01 | 05:01:01 | 01:01:01 03:01:01 02:01:01 | 05:01:01
ASCs 8 | 02:01:01 | 29:02:01 13:02:01 | 44:03:01 | 06:02:01 | 16:01:01 | 07:01:01 07:01:01 02:02:01




Supplementary Table 2 Increased release of proinflammatory mediators in Treg
cocultures with allogenic ASCs correlates with HLA eplet mismatch load. The table shows
levels of 50 cytokines measured in supernatants collected after 24h and 48h from Treg
monocultures (Tregs Solo, n=6), ASC monocultures ( ASCs Solo, n=6), direct and indirect
Treg-ASC cocultures (Direct, n=6 and Indirect, n=6, respectively). For each cytokine the
median values and range in parentheses are given. The differences in cytokine levels between
the cultures were calculated with two-sided Mann-Whitney U tests with correction. * defines
p<0.05 for differences between Direct 24h vs Tregs Solo 24h and Direct 48h vs Tregs Solo 48h.
§ defines p<0.05 for differences between Direct 24h vs ASCs Solo 24h and Direct 48h vs ASCs
Solo 48h. # defines p<0.05 for differences between Indirect 24h vs Tregs Solo 24h and Indirect
48h vs Tregs Solo 48h. & defines p<0.05 for differences between Indirect 24h vs ASCs Solo
24h and Indirect 48h vs ASCs Solo 48h. ** defines p<0.05 for differences between Tregs Solo
24h vs ASCs Solo 24h and Tregs Solo 48h vs ASCs Solo 48h. € defines p<0.05 for differences
between Direct 24h vs Indirect 24h and Direct 48h vs Indirect 48h. Correlations between the
cytokine levels and HLA eplet mismatch load for direct and indirect cocultures together (n=12)
are listed for HLA-A, -B, -C, -DRB1 and -DQBI alleles and were analyzed with Spearman’s
rank correlation. R and p values are given for each correlation. Statistically significant
correlations are marked in red. Levels of IL-2 shown in the table resulted from IL-2
supplementation of all the cultures and its consumption by the cells. Thus, IL-2 levels are given

only to show various IL-2 milieu in the cultures, but were excluded from analyses.



Cytokine Tregs Solo ASCs Solo
24h 48h 24h 48h
IL-21 0.00 0.00 0.00 0.00
o7 | 270|109
IL-35 g%%(i)** 39.05) | (838.56 | =104
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0.89 1.10 0.95 0.98
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mismatch eplet
load
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R/p) | (R/p)
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0.00/ 0.00/ -0.14/ 1 0.76/ | 0.00/
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Supplementary Table 3 Correlations between cytokine levels in the cocultures and Treg
proliferation. The table lists correlations between proliferation of Tregs from direct and
indirect cocultures and levels of cytokines in their culture supernatants (n=12). Concentrations
of all listed mediators were significantly higher in direct, than in indirect cocultures. The data

were analyzed with Spearman’s rank correlation, R and p values are given for each cytokine.

Cytokine R p
MCP-3 -0.9 4x10°
IL-22 -0.9 4x107
IL-12p70 -0.85 4x10
EGF -0.83 1x107
Eotaxin -0.82 1x107
IL-12p40 -0.81 1x107
IL-6 -0.80 1x107
MIG -0.79 1x1073
IL-1B -0.79 1x1073
IL-15 -0.79 2x10°73
IL-7 -0.78 2x1073
IP-10 -0.76 3x1073
VEGF-A -0.75 4x1073
IL-8 -0.74 5x1073
IL-18 -0.72 7x1073
RANTES -0.72 7x1073
Fractalkine -0.67 0.01
MCP-1 -0.64 0.02
MDC/CCL22 -0.64 0.02
FLT-3L -0.48 0.1
PDGF-AB/BB -0.41 0.17




