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Figure S1. RT-qPCR quantification of the myogenic differentiation into M-iMPCs and B-iMPCs. Shown are the myogenic markers Desmin, PAX7,
MYOD1, MYOG, and MYH2/3/7 in iMPCs from donors A, B, and D differentiated from MiPS and BiPS after ~60 days of differentiation. AACt values
are shown as fold change relative to the sample with the lowest expression value. Each dot represents a technical replicate (differentiation in an
independent well). Donor A: n = 4; donor B: n = 3; donor D: n = 2 with duplicates for each experiment. Statistics: Student’s t-test (p < 0.05); ns: not
significant. Dashed lines represent the mean. Error bars in grey.
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Figure S2. This figure shows the same data as Figure 3c but here shown as ACt values. RT-qPCR quantification from donors A, B, and D differentiated
from MiPS and BiPS after ~60 days of differentiation. Statistics: Student’s t-test (p < 0.05). Dashed lines represent the mean. Error bars in grey.



Danor A

Doner B

Donor D

ACt values

ACt values

ACt values

Figure S3

Desmin PAXT MYOD1 MYOG MYH2 MYH3 MYH7?
ns ns ns ns ns ns ns
8 9 20 + 12 10 4 12 5 6 4 10 4
T : s T 1 T 1 T 1 =
6 | ; 15 4 B 94 Ll & i O S 4> . + : “* 2 ¢
Y T b =k [ . [ v 1 4 4 N slr
1 alm ' 69 vl 1 "I, . o 64 !
ad{ 1 s 10 - 6 - gl la g4 = -
4 i 44 , | 1 4 E |
T
24 5 - 3 5 34 . 1 ad " * M-MCs
* B-MCs
0 0 0 0 0 0 0
ns ns ns ns ns ns
84 20 - 12 10 4 12 q 6 10 -
e
. . & . . v 1 . . @ Biol. Rep. 1 (Used for transplantation)
6 - ’;’3 ) "" 15 Y.‘-v;l' 9 & i..,.. 94 g e * '::' sy oln ® Biol. Rep. 2
b a i\ 4 ¥ B KX s 44 —4— | ] e
ole 6+ . * 1 ) T ) 64 v ¥ Biol. Rep. 3
4 10 - 6{ * . 6 - * ' )
. 44 I 44 ! * Biol. Rep. 4
2 4
24 * 51 34 3 .
24 2
0 o] 0 4] 0 0 0 ns=p=005
=p<005
ns * * ns ns ns ns
89 20 12 5 10 12 4 6 - 10 5
6 15 9+ 81 94 81
b 4 4
ue + . 6 . 6 -
LN
4 . 104 —afy 6 Iy T 6
; 44 B ¥ , P
21 i 5 1 3 2 34 » - ..
p - 4 .
i ote H :
0 0 0 0 0 0 0

Figure S3. This figure shows the results from Supporting Information Figure S1 but here as ACt values. Each dot represents a technical replicate
(differentiation in an independent well). Donor A: n =4; donor B: n = 3; donor D: n =2 with duplicates for each experiment. Statistics: Student’s t-test

(p <0.05). Dashed lines represent the mean. Error bars in grey.
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Figure S4. Absence of non-myogenic markers in iMCs after ~60 days of differentiation. (a) Immu-
nofluorescence imaging of the neuronal marker class III beta tubulin (TUJ1). Nuclei: Hoechst. Upper
panel: Scale bar: 20 um. Lower panel: Scale bar: 500 um. (b) RT-qPCR expression analysis of the
endothelial marker PECAMI1. AACt values are shown as fold change relative to the sample with the
lowest expression value. All iMC samples exceeded Cts of 30 and melt curve analysis showed no
PCR product for all iMC samples. HUVECs were used as control cell line. Statistics: Student’s t-test
(p < 0.05); ns: not significant. Dashed lines represent the mean.
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Figure S5. Cell transplantation into an immunocompromised mouse model. (a) Schematic descrip-
tion of the transplantation procedure: Focal 16 Gray irradiation of female 6-9-week-old xenograft-
compatible NOG-M mice hind limb muscles (NOD.Cg-Prkdcscid II2rgtm1Sug/JigTac) was per-
formed using an image-guided robotic system. Two days after irradiation, freshly differentiated and
dissociated iMPCs or control cells were injected into the central part of the tibialis anterior (TA)
muscle. Then, 21 days after transplantation mice were sacrificed and muscles harvested. (b) List of
transplantation results with numbers of successful transplantations (amount of engrafted mice), the
maximum number of human nuclei found for one section within 4 mice (given are the numbers for
the mouse with the lowest maximum and the highest maximum) and the maximum number of hu-
man fibers found in one section for each of the analyzed mice. (c) Quantification of human muscle
fibers found in the transplants. The section containing the highest number of human myofibers in
each transplant was counted. Statistics: Two-way ANOVA; ns: not significant. Dashed lines repre-
sent the mean. (d) Immunohistological analysis of the transplantation experiments using primary
MuSCs. Shown are representative images of transversal tibialis anterior muscle sections of NOG-M
mice. Sections are stained for human Spectrin, human Lamin A/C, and Hoechst. Scale bar: 20 pm.
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Figure S6. Proliferation curve of iMPCs after dissociation on day 30. Donor A: n=4; donor B: n = 3;
donor D: n =2 with duplicates for each experiment. Error bars showing the mean.
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Figure S7. This figure shows the same results as Figure 5c. (a) The replicates that have been trans-
planted in the in vivo experiments are marked in orange. AACt values are shown as fold change
relative to the sample with the lowest expression value. Donor A: n =8; donor B: n=6; donor D: n=
4. Each dot represents an independent experiment as mean of two technical replicates. Statistics:
One-way ANOVA (p < 0.05). Dashed lines represent the mean. Error bars in grey. (b) Results are
presented as ACt values. Donor A: n = 8; donor B: n = 6; donor D: n = 4. Each dot represents an
independent experiment as mean of two technical replicates. Statistics: One-way ANOVA (p <0.05).
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Table S1. Primer list with annealing temperatures for RT-qPCR.

Gene Primer Annealing temperature
FWD GAAGGTGAAGGTCGGAGTC
GAPDH 60 °C
REV GAAGATGGTGATGGGATTTC
FWD TGGGCGACAAAGGGAA
PAX7 60 °C
REV GGTAGTGGGTCCTCTCAAA
FWD GCGGAACTGCTACGAA
MYOD1 57 °C
REV AGATGCGCTCCACGAT
FWD GGTACAAGTCGAAGGTGTCAG
Desmin 60 °C
REV TCAATCTCGCAGGTGTAGGA
FWD GCCAACCCAGGGGATCAT
MYOG 60 °C
REV CCCGGCTTGGAAGACAATCT
FWD GGAACGGGCTGACATTGCTG
MYH?2 60 °C
REV GTCATTCCATGGCATCAGGACA
FWD GGAGCAGGACAGAAGATAT
MYH3 55 °C
REV CCCAGATTGAAACAAAGCA
FWD CTGTCCAAGTTCCGCAAGGT
MYH7 60 °C
REV TCATTCAAGCCCTTCGTGCC
FWD TCGTGGTCAACATAACAGAACT
PECAM1 60 °C

REV

TGAAGTTGGCTGGAGGTG



Table S2. Reprogramming efficiencies and attempts for MuSCs and PBMCs.

Number of appearing Number of
iPSC colonies reprogramming trials
Donor Sex/Age MuSCs PBMCs MuSCs PBMCs
38 15
A F le, 47 1 1
emate (0.076%) (0.005%)
42 2
B F 1
emale, 50 (0.084%) (0.0007%) 1 !
50 5
C Male, 18
ale (0.1%) (0.0016%) ! >
36 2
D F le, 47 1 1
emae (0.072%) (0.0007%)
9 0
E Male, 58
ale, 5 (0.018%) (0%) 1 >




