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Appendix Figure S1
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Appendix Figure S1. MSCs depict reduced suppression of NET formation in the presence
of LPS in co-cultures with neutrophils.

A

PMA activated neutrophils were co-cultured with MSCs in the presence of LPS at a
concentration of 100 ng (lower row, right panel). No difference in the attenuated suppression
of NET formation was observed compared to PMA activated neutrophils co-cultured with LPS
primed MSCs (lower row, left panel). Non-primed MSCs, by contrast, led to a significantly
stronger suppression of NET formation (upper row, outer right panel). Incubation of neutrophils
with PMA alone served as positive control and DMSO treated neutrophils as negative control.
Scale bars: 50um. A representative experiment out of 3 independent experiments is depicted.
Quantification of NET bound elastase indicative of NET formation. Statistical analysis was
performed using one way ANOVA, values are represented as mean + SEM, n=3 biological
replicates. 2



Appendix Figure S2
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Appendix Figure S2. Both non-primed MSCs and LPS primed MSCs suppress T cell
proliferation in a mixed lymphocyte reaction.

CFSE labeled PBMCs from buffy coat of healthy, unrelated, non-HLA-matched donor (effector cells
A) were stimulated with irradiated PBMCs (stimulator cells B) in the absence or presence of
untreated or LPS-treated MSCs. After 7 days, cells were stained for CD2 and 7-AAD. Live cells
were identified by 7-AAD negativity and proliferation of CD2* T cells was defined by CFSE dilution.
Statistical analysis was performed using one way ANOVA, values are represented as mean + SEM,
n=6 biological replicates.
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Appendix Figure S3. No significant difference in B2M+ MSC numbers in wounds injected
with non-primed versus LPS-primed MSCs.

Quantification of human 2M* MSCs in the skin wounds that were treated either with PBS or LPS
primed MSCs for 24h. Counting of 2M* MSCs in wound sections was performed 24h after the
administration of MSCs. Statistical analysis was performed using unpaired t-test, values are
represented as mean + SEM, n=6 biological replicates. ns, non-significant.
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Appendix Figure S4. LPS stimulation reveals repressed stimulation of CXCL6/IL-1B/IL-8
expression in TLR4 silenced MSCs.

gPCR results demonstrating mRNA expression of CXCL6, IL-18 and IL-8 upon silencing of TLR4 in
LPS-primed silenced MSCs. Comparisons were made between ‘Scr MSCs vs Scr MSCs + LPS’,
‘Scr MSCs vs TLR4 Si MSCs + LPS’, and ‘Scr MSCs + LPS vs TLR4 Si MSCs + LPS’. Statistical
analysis was performed using one way ANOVA, values are represented as mean + SEM, n=3

biological replicates.
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Appendix Figure S5
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Appendix Figure S5. MSCs fulfill minimal criteria of stem cells.

A

B-D

Flow cytometric analysis of cell surface marker expression on MSCs, including CD105,
CD73, CD71, CD45, CD31, and HLA-ABC. Marker-specific antibodies labelled MSCs were
shown in filled histograms, and the isotype control antibodies labelled cells were shown in
empty histograms. They express typical MSC markers including CD73, CD90, CD105, and
CD71 and do not express the leukocyte marker CD45, or endothelial marker CD31. They
are MHC class | positive. MSCs in culture are plastic adherent.

MSCs were cultured in adipogenic, osteogenic and chondrogenic induction media and
subjected to Oil-Red-O staining indicative of adipogenic differentiation, Alizarin Red-S
staining indicative of osteogenic differentiation and aggrecan staining indicative of
chondrogenic differentiation. Scale bar: 50um.



Appendix Table S1

Ovs 6h LPS 0Ovs 24h LPS
Genes 0 vs 6 hr Up Genes 0 vs 6 hr Down Genes 0 vs 24 hr Up Gene 0 vs 24 hr Down
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Appendix Table S2

Primers List
Genes Forward primer Reverse primer
(human)
IL-1B8 AATCTGTACCTGTCCTGCGTGTT TGGGTAATTTTTGGGATCTACACTCT
IL8 ATGACTTCCAAGCTGGCCGTGGCT TCTCAGCCCTCTTCAAAAACTTCTC
CXCL6 AGAGCTGCGTTGCACTTGTT GCAGTTTACCAATCGTTTTGGGG
MyD88 GACATGGTTAGGCTCCCTCA GCACATGGGCACATACAGAC
TLR4 CGGAGGCCATTATGCTATGT TCCCTTCCTCCTTTTCCCTA
IL6 AGACAGCCACTCACCTCTTCAG TTCTGCCAGTGCCTCTTTGCTG
B-actin TCACCCACACTGTGCCCATCTACGA CAGCGGAACCGCTCATTGCCAATGG




