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Fig. S1

(A) Canonical correlation (left panel) and monodimensional (right panel) analyses of two
independent scRNA-seq experiments from mononucleated cells isolated from total
muscle. Canonical correlation analysis finds linear combinations of features across
datasets that are maximally correlated to identify shared correlation structures (Butler et
al., 2018). (B) Quality control from “Chromium Control” report for individual scRNA-seq
experiments. (C) Pattern expression of Vcam, MyoD, Myf5, and Des transcripts in single

cells with MuSC transcriptome characteristics.
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A B

6
0.0
NI %
0.04 .
3 g
® MuSCs_1 O
o ® MuSCs 2 N
201 -
=
01 2
-0.2
-0.2 -0.1 0.0 . 0
R s 6
CC1 MuSCs_1MuSCs_2
MuSCs_1|MuSC_2|Merged MuSCs1-MuSCs2
Estimated Number of Cells 1,629 1,452 3,081
Fraction Reads in Cells 79.40% 78.10% 78.80%
Mean Reads per Cell 237,250 261,646 236,841
Median Genes per Cell 985 1,010 994
Median UMI Counts per Cell 2,245 2,300 2751
cQ p-value
Protein folding 2.50E-07
Response to cAMP 6.18E-07
Response to unfolded protein 6.18E-07 E
Negative regulation of cell proliferation 7.69E-07 “© 2000 cells
Positive regulation of nitric oxide biosynthetic process 2.48E-06 i;'"
Extracellular matrix organization 1.64E-05 ¥
Cell cycle arrest 3.14E-05 .
Circadian rhythm 5.66E-05
Cellular response to hypoxia 2.07E-04 .
~ [ L%
eA p-value Yo 9
Translation 5.14E-67 - :;xz
mRNA processing 1.38E-11
Ribosome biogenesis 2.15E-11 25
Spliceosomal snRNP assembly 5.66E-07
Mitochondrial electron transport, cytochrome c to oxygq 2.18E-06
Protein folding 5.23E-05 )
Ubiquitin-dependent protein catabolic process 2.72E-04 - ®
Protein stabilization 0.001
Positive regulation of exosomal secretion 0.004
F PR — PP ——— Clusters silhouette plot
P ecirisoi-Covercs ik + R IEE . o Average silhouette width: 0.56

custer

Sihouette wth Si

Silhouette width Si

Sihouette width S
avonmuN-

| ! -05

-
Q
=
O
(2]
>
C
(]
S
©
Q
-
Q.
()
O
(O]
<
(]
-
C
()
£
Q
ke
()
>
()
(@)




Development: doi:10.1242/dev.174177: Supplementary information

Fig. S2

(A) Canonical correlation (left panel) and monodimensional (right panel) analysis of two
independent scRNA-seq MuSC experiments. (B) Scatter plot showing correlation of gene
expression for two independent scRNAseq MuSC experiments. (C) Quality control from
“Chromium Control” report for individual scRNA-seq MuSC experiments. (D) GO analysis
for transcripts enriched in either MuSC cQ or MuSC eA and bulk PFA-fixed t0 MuSCs
(Machado et al., 2017). (E) Graph-based clustering of 2000 randomly selected FACS-
isolated MuSCs and primary myoblasts (PMs). MuSCs close-to-quiescence (cQ), MuSCs
early activation (eA), primary myoblasts cluster 1(PM1), and cluster 2 (PM2),
differentiating myocytes (DM). (F) Silhouette index graphs used to evaluate the best
clustering quality measure (CQM) for FACS-isolated MuSCs and primary myoblasts
(PMs) by data modeling with 10 (left), 8 ( middle), and 5 (right) cell clusters.
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Fig. S3

(A) Quality control from “Chromium Control” report for individual scRNA-seq PM
experiments. (B) FACS profiles of uninjured and injured 60h MuSCs. MuSCs are in green.
(C) Quality control from “Chromium Control” report for individual scRNA-seq MuSC 60h
experiments. (D) Canonical correlation (left panel) and monodimensional (right panel)
analyses of two independent scRNA-seq MuSC 60h experiments (Butler et al., 2018). (E)
Scatter plot showing correlation of gene expression for two independent MuSC 60h In;.

Experiments. (F) GO analysis of terms enriched in MuSCs 60h Inj CI1, CI2, and CI3. (G)
Graph-based clustering of 2000 randomly selected FACS-isolated MuSCs. Homeostatic

MuSCs (in grey) are composed of two clusters, cQ and eA, and MuSCs 60h Inj of three
clusters, 60h Inj CI1, CI2, and CI3. (H) Silhouette index graphs used to evaluate the best
clustering quality measure (CQM) for homeostatic and injured MuSCs 60h (Inj) by data
modeling with 10 (top), 8 (middle), and 5 (bottom) cell clusters. (l) Expression patter for
Pfn1, Park7, Npm1, and RIp31 in MuSC homeostatic and MuSC 60h Inj clusters.
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Fig. S4

(A) Pseudotime single-cell trajectory reconstructed by Monocle2 for 2000 randomly
selected homeostatic, MuSCs 60h Inj and primary myoblasts (PMs). (B) Pseudotemporal
heatmap showing gene expression dynamics in homeostatic and MuSCs 60h Inj for
metabolic genes. Genes (row) are clustered and cells (column) are ordered according to
pseudotime. (C) Distance matrices indicating gene connectivity in homeostatic, 60hlinj
MuSCs and primary myoblasts (top to bottom): electron transfer chain (ETC), ribosomal

biogenesis, protein folding, structural proteins.
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Table S1

Gene expression values and Gene Ontology analyses of scRNA-seq datasets for single

cells from total muscle and FACS-isolated homeostatic MuSCs.

Click here to Download Table S1

Table S2

Gene expression values and Gene Ontology analyses of scRNA-seq datasets for injured

MuSCs 60h and primary myoblasts.

Click here to Download Table S2
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http://www.biologists.com/DEV_Movies/DEV174177/TableS1.xlsx
http://www.biologists.com/DEV_Movies/DEV174177/TableS2.xlsx
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