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Collagen VI is distributed in the interstitium and is secreted mainly by mesenchymal stromal
cells (MSCs) in skeletal muscle. Mutations inCOL6A1-3 genes cause a spectrum of COL6-
related myopathies. In this study, we performed a systemic transplantation study of
human-induced pluripotent stem cell (iPSC)-derived MSCs (iMSCs) into neonatal
immunodeficient COL6-related myopathy model (Col6a1KO/NSG) mice to validate the
therapeutic potential. Engraftment of the donor cells and the resulting rescued collagen VI
were observed at the quadriceps and diaphragm after intraperitoneal iMSC
transplantation. Transplanted mice showed improvement in pathophysiological
characteristics compared with untreated Col6a1KO/NSG mice. In detail, higher muscle
regeneration in the transplanted mice resulted in increased muscle weight and enlarged
myofibers. Eight-week-old mice showed increased muscle force and performed better in
the grip and rotarod tests. Overall, these findings support the concept that systemic iMSC
transplantation can be a therapeutic option for COL6-related myopathies.

Keywords: iPS cell, mesenchymal stromal cells, COL6-related myopathy, systemic cell transplantation, ullrich
congenital muscular dystrophy (UCMD)

INTRODUCTION

Ullrich congenital muscular dystrophy (UCMD), which is regarded as the severe end of COL6-
related myopathy, is a life-threatening muscular and connective tissue disorder, characterized by
early-onset muscle weakness with multiple joint contractures and distal joint hyperlaxity
(Bönnemann, 2011). The onset has been reported to be 12 months on average (Nadeau et al.,
2009); nevertheless, multiple joint contractures at birth are evident in early severe cases (Yonekawa
and Nishino, 2015). Reduced fetal movement leading to prenatal diagnosis was also identified (Hata
et al., 2018). Typically, ambulation can be achieved only for a limited period, and respiratory muscle
atrophy and scoliosis cause impaired respiratory function (Yonekawa et al., 2013). Mutations in
COL6A1, COL6A2, and COL6A3 genes, identified with both recessive and mostly de novo dominant
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inheritance patterns, have different effects on collagen VI
synthesis, assembly, secretion, and function, generating a
phenotypically variable spectrum of COL6-related myopathies
(Lamandé and Bateman, 2018).

Collagen VI null mice have contributed to our understanding
of the pathomechanisms of COL6-related myopathies (Bonaldo
et al., 1998; Noguchi et al., 2017). Col6a1−/− mice were produced
by inserting a neomycin resistance cassette into the second exon
of the Col6a1 gene, which truncated the mRNA transcript.
Without α1 (VI) chain, triple helical collagen VI molecules are
not expressed in the mutant mice (Bonaldo et al., 1998; Lamandé
et al., 1998). On the contrary, Col6a1GT/GT mice were generated
by knocking in a point mutation in exon 9 in Col6a1 gene
(Noguchi et al., 2017). The resulting miss-splicing after exon 9
causes a marked reduction in normal Col6a1 mRNA expression
and a premature stop codon, resulting in Col6a1 knockout and
the mice having no collagen VI protein in all tissues (Noguchi
et al., 2017). Therefore, we refer to Col6a1GT/GTmice as Col6a1KO

mice in this manuscript. Both conventional Col6a1−/− mice and
Col6a1KO mice are phenotypically similar, but Col6a1KO mice
have a smaller body weight (BW) than WT mice (Bonaldo et al.,
1998; Noguchi et al., 2017). Furthermore, although histological
phenotypes, such as variations in myofiber size and an increased
number of myofibers with central nuclei, are observed in both
Col6a1-mutated mouse types, a more quantitative analysis is
available for Col6a1KO mice. Researchers have confirmed that
the number of myofibers of very small diameter is increased and
the total number of myofibers in the tibialis anterior (TA)
muscles starts to be reduced from postnatal day 15 onward,
indicating a defect in muscle growth and signaling during
development in Col6a1KO mice (Noguchi et al., 2017). Since
consistent findings were found in muscle biopsies from
UCMD patients (Higuchi et al., 2003), Col6a1KO mice are
considered UCMD model mice. In contrast, the limited
quantitative histology data of Col6a1−/− mice have made it
difficult to define Col6a1−/−mice as UCMD model mice.

The first clue of a therapeutic approach for COL6-related
myopathies came from evidence that mitochondrial dysfunction
triggers the apoptosis of myofibers and medication (Irwin et al.,
2003; Bernardi and Bonaldo, 2008) and that autophagy is
impaired in Col6a1-/- mice as well as in UCMD patients
(Grumati et al., 2010; Bernardi and Bonaldo, 2013).
Cyclosporine A and cyclophilin D both decreased the number
of apoptotic events of myofibers by increasing mitochondrial
tolerance for depolarized stimulation (Bernardi and Bonaldo,
2008; Tiepolo et al., 2009; Merlini et al., 20112011; Gattazzo
et al., 2014), and forced activation of autophagy by a low protein
diet benefited the muscle homeostasis of autophagic markers
(Castagnaro et al., 2016). Alternatively, allele-specific knockdown
strategies demonstrated the restored expression of collagen VI in
the fibroblasts of UCMD patients (Bolduc et al., 2014; Noguchi
et al., 2014; Marrosu et al., 2017; Bolduc et al., 2019). However,
the above approaches are limited to normalizing the autophagic
flux, which is not sufficient for improving the muscle function
adequately (Merlini et al., 20112011) or unsuitable for long-term
use (Castagnaro et al., 2016). Further, gene therapies target only
specific mutations and cannot be applied to most patients with

different pathogenic variants (Lampe AK et al., 2004). On the
contrary, the therapeutic potential of mesenchymal cell
transplantation has been recognized since the source of
collagen VI in skeletal muscle is interstitial fibroblasts, not
myogenic cells (Zou et al., 2008). The local intramuscular
injection of adipose-derived mesenchymal stem cells (ADSCs)
from neonatal skin resulted in the long-term and continuous
secretion of collagen VI in Col6a1−/− Rag1−/−mice, but neither the
histological nor functional effects were investigated (Alexeev
et al., 2014).

iMSCs are mesenchymal stromal cells (MSCs) derived from
human induced pluripotent stem cells (iPSCs) (Fukuta et al.,
2014; Matsumoto et al., 2015; Chijimatsu et al., 20172017) and
share comparable gene and protein expression levels of collagen
VI with primary MSCs from adult skeletal muscles (Takenaka-
Ninagawa et al., 2021). When injected locally into the TAmuscles
of Col6a1KO/NSG mice, iMSCs secrete collagen VI for a long time
to enhance muscle regeneration at the lesion where collagen VI
was restored (Takenaka-Ninagawa et al., 2021). Therefore, we
investigated whether systemic iMSC transplantation can
potentially restore collagen VI expression throughout the
skeletal muscles of the whole body in Col6a1KO/NSG mice and
ameliorate the pathophysiology. We also expected that neonatal
intervention would have a physiological influence on muscle
development from an earlier period and produce better effects
with a smaller number of donor cells.

Accordingly, this study aimed to prove the therapeutic effects
of systemic iMSC transplantation in Col6a1KO/NSG mice. We
demonstrated that the intraperitoneal (i.p.) injection of iMSCs
contributed to the expression of collagen VI among skeletal
muscles and increased the size and number of myofibers by
upregulating muscle regeneration. The number of abnormal
mitochondria in the treated Col6a1KO/NSG mice was
decreased, suggesting iMSC transplantation may provide some
positive environmental changes to Col6a1-null muscles.
Functional improvements by the transplantation were also
achieved.

MATERIALS AND METHODS

Mice
UCMDmodelmice were generated as previously described (Noguchi
et al., 2017). In order to distinguish these mice from conventional
Col6a1−/− mice, we call them Col6a1KO mice. Col6a1KO mice were
backcrossed to achieve the NSG (NOD acid gamma) background.
After establishing the Col6a1HETERO/NSG mice line, we crossed the
mice again to produce Col6a1KO/NSG mice. Because Col6a1KO/NSG
mice are hard to conceive, the offspring were maintained by in vitro
fertilization (IVF) with ICR surrogate mothers. We used 3–8
generations of the Col6a1KO/NSG strain. The mice were kept
under a 12/12 h light-dark cycle with easy and comfortable access
to food and water. The pups were weaned at 3 weeks of age. The
genotype of the offspring confirmed no contamination of
Col6a1HETERO/NSG mice. WT/NSG mice (NOD.Cg-Prkdc scid Il2rg
tm1Wjl/Szj) were purchased from Charles River Laboratory and kept
under the same environment as Col6a1KO/NSG mice.
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Cells
The differentiation of 201B7 iPSCs to iMSCs via iPSC-derived
neural crest cells (iNCCs) was performed as previously
published (Fukuta et al., 2014). Luciferase-expressing
piggyBac vector (pPV-EF1a-Luc2-iP-A) (Xu et al., 2019)
and piggyBac transposase plasmids (pHL-EF1a-hcPBase-A)
were introduced into the iNCCs by electroporation with a
NEPA21 electroporator (Nepa Gene, Co., Ltd., Chiba, Japan),
and the transfected cells were selected with 0.5% puromycin
over 7 days. Luciferase-expressing iNCCs were maintained by
passaging after 90% confluency or kept frozen in
cryopreservation liquid (Bambanker, Nippon Genetics Co.,
Ltd., CS-02-001) as a stock. The iNCCs were induced to iMSCs
just before use. Only passage 5 or 6 iMSCs were used for the
transplantation.

Transplantation
Only male pups were used for analysis throughout the study. For
neonatal i. p. transplantation, 5 × 106 iMSCs in 20 μl phosphate-
buffered saline (PBS) were injected intraperitoneally using a 30G
insulin syringe (BD, No. 326668). All the mice analyzed at
8 weeks had a boost i. p. transplantation at 4 weeks, in which
5 × 106 iMSCs in 100 μl PBS were injected using a 23G 1 ml
syringe (Terumo, SS-01T2613).

In Vivo Imaging System
Mice were anesthetized with isoflurane, and the luminescence
was imaged with an IVIS imaging system (Parkin Elmer) 10 min
after the administration of 150 mg/kg d-luciferin substrate
(Summit Pharmaceutical International Corporation, XLF-1) in
PBS. The luminescence intensity was measured, and the region of
interest (ROI) was set to cover all the signals.

RT-PCR
cDNA used for luciferase detection was treated as follows. After
the removal of DNA contamination with DNase I (Invitrogen,
18068-015), 1 μgmRNAwas reverse transcribed with SuperScript
III using a random hexamer as instructed (Invitrogen, 18080-
051). The PCR products were electrophoresed on a 1% agarose gel
for 30 min to detect amplified fragments of luciferase and imaged
under a FAS-IV gel imaging device (Nippon Genetics, Co., Ltd.).
Positive control samples were dissected from a teratoma that had
been formed 8 weeks after the subcutaneous injection of
luciferase-integrated iPSCs into the TA muscle of WT/NSG
mice. Negative control samples were extracted from the TA
muscle of Col6a1KO/NSG mice.

Tissue Sectioning
Mice were euthanized by exposure to gradually increasing
concentrations of carbon dioxide. Dissected TA and
quadriceps were stuck onto the pedestal by tragacanth gum
(Wako, 206-02242) on a cork and frozen by dipping into 2-
methylbutane (Wako, 166-00615) for 45–60 s at melting point
temperature (−156°C). Freshly isolated diaphragms were
embedded in OCT compound (Sakura Finetek, 4583, USA)
and directly frozen within 2-methylbutane. Frozen muscles
were sliced at 12-μm thickness with a Cryostat (Leica,

CM1850) and attached to the slide. The sample on the slide
was kept at −80°C for the following immunostaining.

Immunohistochemistry
The frozen sample on the slide was fixed in 4% paraformaldehyde
for 20 min and washed twice with PBS. After 1-h incubation with
Blocking one (Nacalai tesque, 03953-95), the primary antibody in
immunoreaction enhancer solution (Can get signal, TOYOBO,
NKB-601) was applied to the sample overnight at 4°C. The sample
was washed with 0.1% Triton-X in PBS three times for 10 min
each. The secondary antibody was applied for 1 h at room
temperature, and the sample was washed three times. Images
were obtained under a confocal microscope (Zeiss, LSM710). The
primary and secondary antibodies used for the immunostaining
and the dilution ratios are described in Supplementary Table S1.

Cell Apoptosis Assay
TUNEL positive cells were stained with an Apoptag® plus
peroxidase in situ apoptosis detection kit (Millipore, S7101)
following the manufacturer’s instructions. After the TUNEL
staining, an additional course of immunostaining for MYH3
was performed as described above. The fixation and blocking
steps were skipped for the second staining.

Functional Analysis
We planned three different functional tests with the same mice.
All tests were conducted within 1 week in the same order: muscle
force first, grip test second, and rotarod test third. Non-
transplanted and transplanted mice were the siblings of the
same surrogate ICR mothers and were randomly selected into
either group. They grew up together until weaning at 3 weeks.
After weaning, the mice were divided into same-sized cages with
five mice each.

Functional Analysis of Maximum Isometric Torque
A custom-made mouse ankle joint motor function analysis
system (Bio Research Center, Nagoya, Japan) was used as
previously described (Itoh et al., 2017). Briefly, the mice were
anesthetized with isoflurane inhalation, and the plantar was
attached to the pressure sensor. Two electrodes were attached
to the shaved hind limb with viscous electrical conductive gel
(CR-S; Sekisui Plastics, Osaka, Japan) in between. One was fixed
to the myotendinous junction and the other was fixed 5 mm
above it with adhesive tape. Electrical stimulation was applied to
the skin surface of the triceps surae muscle using an electric
stimulator (SEN-3301; Nihon Kohden, Tokyo, Japan) to induce
muscle contraction. Isometric plantarflexion torque was
calculated from the pressure applied to the sensor and the
distance from the ankle joint to the sensor. The measurement
was performed twice for each foot, and the average value was
adopted.

Grip Strength Test
All measurements were blindly taken by one experienced
examiner (M.G.). After being calmed on the examiner’s hand,
the mice were placed on wire mesh equipped with a traction
meter (no. BS-TM-RM, Brain Science idea, Osaka, Japan) by
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FIGURE 1 | Tracking of donor cells after intraperitoneal transplantation. (A) In vivo imaging of the donor cells. The signal from the donor cells of #B in Figure 1B is
shown. The signal disappeared after 4 weeks. (B) Time course of the luciferase signal intensity of three mice. (C) Luciferase detection by PCR 7 days (top) and 28 days
(bottom) after the transplantation. 0.8 μgmRNA from each organ was extracted, and the donor cells in each organ were detected by luciferase and GAPDH primers. The
signal was detected in the lung (Lu), heart (Hr), diaphragm (Dia), liver (Li), intestine (Int), uterus and ovary (Ova), quadriceps (Qua), and tibialis anterior muscle (TA), but
not the brain (Br). The positive control (PC) was extracted from a teratoma dissected 8 weeks after the subcutaneous injection of iPSCs with luciferase integration. NC:
negative control. (D) Immunofluorescence staining of the quadriceps (left) and diaphragm (right) 7 days after iMSC intraperitoneal transplantation. Donor cells were
positive for human-nuclei (yellow arrows). Magnifications of the human-nuclei positive cells are also shown. Scale bars, 50 μm. COL6: collagen VI. (E)Western blotting for
the detection of collagen VI. Proteins from the quadriceps and diaphragm ofCol6a1KO/NSGmice 2 and 4 weeks after neonatal transplantation were extracted. PCwas a

(Continued )
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gripping with all four extremities. The examiner pulled the tail,
and the maximum value of the grip strength was measured three
times. The average of the three tests was counted as the score of an
individual mouse.

Rotarod Test
The test run was performed once a day on a rotarod apparatus
(Ugo Basile, Cat No.47600). After 2 runs as mock exams, the
duration of the running time was recorded for 3 days. The
rotation speed was started at 4 rpm, increased to 50 rpm in
300 s, and kept at 50 rpm for another 300 s. The maximum
running time was 600 s. The average of three runs was
counted as the score of an individual mouse.

Statistics
Numerical data with three groups were analyzed with a one way-
ANOVA followed by the Tukey-Kramer method. The student’s
t-test was performed between two independent groups. *p < 0.05,
**p < 0.01, and ***p < 0.001 are labeled in the figures. † was used
when p-values were <0.1, indicating that the two groups tended to
have a difference, but it was not statistically different.

Study Approval
All animal experiments were performed in accordance with the
guidelines of the animal experiment committee and recombinant
DNA experiment committee at Kyoto University. The study
design was reviewed and accepted by the animal experiment
committee in advance of conducting all the experiments (No.17-
95-2).

RESULTS

iMSCs Reached Skeletal Muscle and
Secreted Collagen VI Locally After
Intraperitoneal Injection
First, we confirmed that the donor cells were positive for CD73,
CD44, and CD105 and negative for CD45 and HLA-DR
(Supplementary Figure S1A). The expression of collagen VI
was also confirmed (Supplementary Figure S1B). Next, we
evaluated the potential of human iMSCs to deliver collagen VI
to the skeletal muscles in Col6a1KO/NSG mice after neonatal i. p.
injection. Two days after birth, 5 × 106 luciferase-expressing
iMSCs were transplanted to the peritoneal cavity, and their
distribution was observed with an IVIS imaging system. The
transplanted cells were widely delivered including to the lower
and upper extremities after 24 h (Figure 1A). The total intensity
of the luciferase signal decreased with time but was detectable for
28 days (Figure 1B). iMSCs were seen in major organs except for
the brain based on luciferase transcript expressions at 7 days after

the transplantation (Figure 1C). Fewer iMSCs were detected at
28 days.

Histological analysis revealed that the iMSCs had reached the
interstitial space of the quadriceps and diaphragm 1 week after
the transplantation (Figure 1D). The expression of restored
collagen VI was also confirmed by Western blotting in the
quadriceps and diaphragm after 2 weeks (Figure 1E). Collagen
VI expression in the tissues suggested that iMSCs migrated to the
skeletal muscle and secreted collagen VI locally.

To prove that iMSCs can migrate throughout the body via
blood vessels, we performed intravenous (i.v.) transplantation
from the facial vein 1 day after birth. The transplanted cells
distributed to the whole body including the quadriceps and
diaphragm, where they secreted collagen VI (Supplementary
Figures S2A,B). Collagen VI secretion was sustained for more
than 28 days in the limb muscles (Supplementary Figure S2C).
Although the i.v. transplantation had comparable results with the
i. p. transplantation, we chose to perform further experiments
with i. p. transplantation because i. v. transplantation was
technically difficult. Overall, the above findings indicate that
transplanted iMSCs can deliver molecules into organs
including skeletal muscle, suggesting a potential for treating
systemic diseases.

iMSC Transplantation Positively Affected
the Phenotype of Col6a1KO/NSG Mice
Next, we searched for indicators to evaluate the effects of the
transplantation on skeletal muscle. At 4 weeks, there was no
positive effect on muscle weight after the transplantation
(Supplementary Figure S3A), although the engraftment of
donor cells and expression of collagen VI in the quadriceps
and diaphragm were confirmed (Supplementary Figure S3B).
A histogram of the diameters of the quadriceps revealed that the
myofiber size was smaller in Col6a1KO/NSG mice than in wild
type (WT)/NSG mice, and its distribution shifted and became
larger in the transplanted mice (Supplementary Figure S3C).
The percentage of small myofibers and large myofibers decreased
and increased, respectively (Supplementary Figure S3D), and
the average size of the myofibers was increased after the
transplantation (Supplementary Figure S3E). The area of the
myofibers tended to increase (p � 0.064) (Supplementary Figures
S3F,G).

When a boost i. p. injection of 5 × 106 iMSCs was added at
4 weeks, the therapeutic effects of the transplantation were more
clearly demonstrated at 8 weeks than at 4 weeks. Donor cells after
the second i. p. transplantation were dominantly observed in the
interstitium, suggesting that the transplanted cells were
extravasated from the blood vessels to the quadriceps
(Supplemental Figure S4A). An IVIS study confirmed similar
iMSC dynamics with neonatal transplantation, with the period of

FIGURE 1 | diluted sample (1:10) extracted from the quadriceps of WT/NSG mice at 4 weeks. NC was a sample from the quadriceps of Col6a1KO/NSG mice. All blots
were derived from the same experiment and processed in parallel.
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FIGURE 2 | Phenotypes at 8 weeks. (A) Body weight (BW) and muscle weight of each group. For BW: WT (n � 15), KO (n � 66), and KO + iMSC (n � 30). For raw
weight of the TA (middle) and gastrocnemius muscles (right): WT (n � 6), KO (n � 9), and KO + iMSC (n � 13). (Tukey’s test). (B) Immunofluorescence staining of the
quadriceps (left) and diaphragm (right) in non-transplanted (KO) and transplanted mice (KO + iMSC). The transplanted mice showed collagen VI expression in the
interstitial space of the muscles. Scale bars, 50 μm. (C,D) Histological analysis of myofibers in the quadriceps. (C): Diameter of the short axis (minimal Feret’s
diameter). Left: histogram of the diameter; middle: frequency of different diameter groups; right: average diameter. (D): Area of the myofibers. Left: histogram of the
myofiber size; right: average size. WT (n � 7), KO (n � 9), and KO + iMSC (n � 13). (E) Fibrotic area in the quadriceps calculated by Sirius red staining. WT (n � 4), KO (n �
5), and KO + iMSC (n � 5). (Tukey’s test). All error bars indicate ± SD.
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the luciferase signal ranging from 2 to 4 weeks (Supplementary
Figure S4B). Muscle weight at 8 weeks was increased in the
transplanted mice compared to the non-transplanted mice,
although BW was not significantly changed (Figure 2A).
Donor cells were much less detected than at 4 weeks, but
collagen VI expression had dispersed and remained in the
quadriceps and diaphragm of the transplanted mice
(Figure 2B). Histological analysis of the quadriceps showed
the diameter and area of myofibers were increased with the
transplantation (Figures 2C,D).

Fibrosis in skeletal muscle is abundant in adult Col6a1KO mice
(Noguchi et al., 2017). On the other hand, one of the concerns of
injecting iMSCs is that iMSCs may induce fibrosis depending on
their microenvironment because mesenchymal progenitor cells in
skeletal muscle can be a source of both fat accumulation and
fibrosis in diseased mice (Uezumi et al., 2011). To understand the
impact of the iMSC transplantation on fibrosis formation, we
performed several studies. Sirius red staining showed that the
fibrotic change in the quadriceps was more prominent in non-
transplanted Col6a1KO/NSG mice than inWT/NSG mice but was
ameliorated with the transplantation (Supplementary Figure
S5A). Quantitative analysis of the fibrotic area also showed
suppressed fibrosis in the transplanted mice (Figure 2E). The
gene expression of Postn, a matricellular protein that contributes
to fibrosis (Kanaoka et al., 2018), was suppressed in the
diaphragm of transplanted mice (Supplementary Figure S5B),
and reduced Periostin expression in the transplanted mice was
confirmed by immunostaining (Supplementary Figure S5C).

In sum, iMSC-transplanted mice showed an increased
myofiber size at 4 weeks. When the boost transplantation was
added at 4 weeks, the muscle weight and myofiber size were
increased at 8 weeks without any enhancement of fibrosis.

Quantification of Rescued Collagen VI
The expression of collagen VI was measured by Western blotting
and immunofluorescence staining in the quadriceps and
diaphragm. The expression level of collagen VI in the Western
blotting was detected in all samples at 4 weeks, but undetectable
in one of the four samples at 8 weeks (Supplementary Figure
S6A). The average expression level in the quadriceps sample of
the transplanted mice was 0.48% at 4 weeks and 0.24% at 8 weeks
that of WT mice at 4 weeks. In the diaphragm, the average
percentages were 1.2 and 0.88%, respectively (Supplementary
Figure S6B).

The collagen VI-rescued area based on immunofluorescence
staining was also calculated (Supplementary Figures S7A, S8A).
The collagen VI expression gradually increased after neonatal
transplantation, reaching a peak at around 4–5 weeks, and
decreased thereafter in the quadriceps even with boost
transplantation at 4 weeks (Supplementary Figure S7B). The
collagen VI-restored area at 4 weeks in the quadriceps was 5.87%,
which is equivalent to 16.3% of the collagen VI positive areas in 4-
week-old WT/NSG mice (Supplementary Figures S7B,C). The
average collagen VI-rescued area at 8 weeks in the quadriceps was
3.45% (equivalent to 11.0% in 8-week-old WT/NSG mice) after
neonatal and boost iMSC transplantation at 4 weeks, but 1.03%
(equivalent to 3.31% in 8-week-old WT/NSG mice) when only

neonatal transplantation was performed (Supplementary
Figures 7B,C). Boost transplantation at 4 weeks slowed the
rate at which collagen VI degraded, but it did not maintain
the collagen VI-rescued area at 4 weeks. The donor cells in the
quadriceps decreased with time and were rarely detected after
8 weeks (Supplementary Figure S7d).

As for the diaphragm, the average collagen VI-rescued area
was 5.7% at 4 weeks (equivalent to 22.2% in 4-week-oldWT/NSG
mice) and 3.6% at 8 weeks (10.4% in 8-week-old WT/NSG mice)
(Supplementary Figures 8B,C). The number of donor cells in the
diaphragm showed a similar pattern as in the quadriceps and
decreased with time (Supplementary Figure S8D).

Collagen VI expression was barely observed in the quadriceps
at 20 weeks following transplantations at the neonatal stage and
boost transplantation at 4 weeks (Supplementary Figure S10A).
The longest period the donor cells could engraft was not
confirmed, but some donor cells were detected in the
quadriceps at 20 weeks (Supplementary Figure S9B). No
tumorigenesis was confirmed at 20 weeks in any of the 10
mice that received the two transplantations (neonatal and 4-
week boost) (data not shown).

iMSC Transplantation Activated Muscle
Regeneration
We then focused on the impact of iMSC transplantation on
MYH3+ myofibers. MYH3, an embryonic myosin heavy chain, is
the isoform expressed in regenerating fibers after injury or the
early stage of muscle development (Schiaffino et al., 2015) and
generally detected for 2–3 weeks in newly regenerating myofibers
(Jerkovic et al., 1997; Kalhovde et al., 2005). The MYH3 protein
expression level gradually decreases and switches to adult-type
myosin heavy chain (Li et al., 2013; Yoshimoto et al., 2020). The
position change of nuclei is another hallmark of muscle
development (Roman and Gomes, 2018). During development,
nuclei are spread longitudinally in the center of the myofiber and
migrate peripherally toward the end part of the muscle (Roman
and Gomes, 2018), which can be observed as a multinuclear
myofiber in the section. In a previous study using muscle biopsies
from UCMD patients, MYH3 positive regenerating muscle fibers
were limited to small diameters (Higuchi et al., 2003), indicating
that the impairment of muscle regeneration is one of the
phenotypes of UCMD.

At 4 weeks, we observed the area where MYH3+ myofibers
were aggregated, which was consistent with the area where
collagen VI was expressed in transplanted mice, while MYH3+
myofibers in non-transplanted mice solely existed among mature
myofibers (Figure 3A). In addition, myofibers weakly positive for
MYH3 observed in the transplanted mice grew (Figure 3A,
arrowheads). Therefore, we analyzed the correlation of the
fluorescence intensity and size of MYH3+ myofibers to
evaluate the difference in muscle regeneration between
transplanted and non-transplanted mice. The number of large,
weakly positive MYH3+ myofibers was increased in transplanted
mice, whereas smaller, strongly positive MYH3+ myofibers were
observed in non-transplanted mice (Figure 3B). The number of
myofibers with multiple nuclei as well as the ratio of
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multinucleated to single nucleated myofibers were increased in
transplanted mice (Figure 3C).

Next, in order to reveal the impact of iMSC transplantation on
muscle stem (satellite) cells, we counted the number of Pax7+ and
MyoD + nuclei in the quadriceps (Figure 4A). Pax7 is a marker of
satellite cells, and Pax7+MyoD-cells are in the quiescent state
(Gnocchi et al., 2009). On the other hand, MyoD is one of the
earliest markers of myoblasts (Weintraub, 1993). Pax7+MyoD +
cells are active satellite cells during the process of cell division,
and MyoD + Pax7-cells are committed myoblasts (Chal and
Pourquié, 2017). Muscle regeneration was more active at 4 weeks
than at 8 weeks, during which time the total number of positive
nuclei for these regeneration markers decreased in bothWT/NSG
and Col6a1KO/NSGmice (Figure 4B). A difference in the number
of MyoD + Pax7-cells was notable at 8 weeks between non-
transplanted and transplanted mice. MyoD + Pax7-cells were
upregulated in the non-transplanted mice up to 4 weeks, but
thereafter decreased to a level close to WT/NSG mice at 8 weeks.
Contrastingly, the count of MyoD + Pax7-cells in the
transplanted mice decreased at a slower rate at 8 weeks than
in the non-transplanted mice (Figures 4B,C). The total number
of myofibers in TA muscle increased in transplanted mice as well
as in WT/NSG mice, while it was decreased in non-transplanted
mice from 4 to 8 weeks (Figure 4D).

The dynamics of MYH3+ regenerating myofibers followed the
dynamics of MyoD + cells. While MYH3+ myofibers were rarely
observed in WT/NSG mice at 4 and 8 weeks, they were scattered

in both transplanted and non-transplanted Col6a1KO/NSG mice
at 4 weeks. However, at 8 weeks, larger MYH3+ myofibers were
present in the transplanted mice but rarely detected in the non-
transplanted mice (Figure 4E). The number of MYH3+
myofibers was not different between the transplanted and
non-transplanted mice at 4 weeks, but higher in the
transplanted mice at 8 weeks (Figure 4F).

In sum, the dynamics of myogenic cells and MYH3+
myofibers indicated that iMSC transplantation retained
muscle regenerative capacity over longer periods in
Col6a1KO/NSG mice.

Effects on Mitochondria Morphology and
Apoptosis
Ultrastructural alterations of mitochondria and spontaneous
apoptosis are observed in the muscles of Col6a1−/− mice
(Irwin et al., 2003; Palma et al., 2009) and UCMD patients
(Angelin et al., 2007). Mitochondria are involved in the
pathogenesis of UCMD, as mitochondrial defects are common
findings irrespective of the genetic mutation locus or mode of
inheritance, but additional factors are involved in the
susceptibility to apoptosis or regeneration (Angelin et al.,
2007). Therefore, to elucidate the mechanism of the
therapeutic effects of iMSC transplantation, we investigated
mitochondria and apoptosis in the muscles of Col6a1KO/
NSG mice.

FIGURE 3 | Regenerating myofibers and collagen VI at 4 weeks. (A) Immunofluorescence staining of the quadriceps from non-transplanted mice (left) and
transplanted mice (right). MYH3+ myofibers were gathered and enlarged around the area where collagen VI was expressed in the transplanted mice. Some MYH3+
myofibers were faint in color (arrowheads), consistent with muscle maturation. Scale bars, 50 μm.(B) Correlation plot of the fluorescence intensity and area of MYH3+
myofibers in non-transplanted (left) and transplanted (right) mice. MYH3+ myofibers in the quadriceps of four mice were counted. The percentage in the upper left
quadrants, which correspond to more mature MYH3+ myofibers, was increased with iMSC transplantation. (C) Number of central nucleated myofibers in the
quadriceps. Myofibers with single nuclei (light grey) were not significantly different, but more myofibers with multiple nuclei (dark gray) were observed in the quadriceps in
transplanted mice. KO (n � 9) and KO + iMSC (n � 9). (Student’s t-test). Error bars indicate ±SD.

Frontiers in Cell and Developmental Biology | www.frontiersin.org November 2021 | Volume 9 | Article 7903418

Harada et al. Systemic iMSC Transplantation to UCMD-Mice

https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


Regarding the morphology of the mitochondria, multiple
abnormal mitochondria were often detected in the quadriceps
of Col6a1KO/NSG mice (Figure 5A), but they were hardly

observed in transplanted mice (Figure 5B). Moreover, some
images of the transplanted mice were consistent with the
formation of the autophagosome (Figure 5B), which was

FIGURE 4 | Histological analysis of muscle regeneration. (A) Representative images of immunostaining of nuclei with positive regenerative markers. MyoD + cells
(green arrows), Pax7+ cells (yellow arrowheads), and MyoD + Pax7+ cells (white arrow) were observed in the quadriceps. Scale bars, 50 μm. (B)Quantitative analysis of
muscle regeneration capacity at 4 weeks (WT (n � 4), KO (n � 11), and KO + iMSC (n � 11)) and 8 weeks (WT (n � 5), KO (n � 9), and KO + iMSC (n � 13)). The number of
nuclei positive for each regenerative marker was counted (Tukey’s test). Error bars indicate ±SD. (C) Number of Myo + Pax7-nuclei between 4 and 8 weeks. A
therapeutic difference was observed in transplanted mice at 8 weeks based on the number of MyoD + nuclei. (D) The number of myofibers in TAmuscles between 4 and
8 weeks. 4 weeks: WT (n � 5), KO (n � 7), and KO + iMSC (n � 11); 8 weeks: WT (n � 5), KO (n � 8), and KO + iMSC (n � 13). (Student’s t-test). Error bars indicate ±SEM.
(E) Images of MYH3+myofibers at 4 and 8 weeks. (F) The number of MYH3+myofibers in the quadriceps at 4 weeks (WT (n � 5), KO (n � 7), and KO + iMSC (n � 11)) and
at 8 weeks (WT (n � 5), KO (n � 9), and KO + iMSC (n � 12)). (Tukey’s test). Error bars indicate ±SD. These results suggested iMSC transplantation positively affected
regenerative capacity at 8 weeks.

Frontiers in Cell and Developmental Biology | www.frontiersin.org November 2021 | Volume 9 | Article 7903419

Harada et al. Systemic iMSC Transplantation to UCMD-Mice

https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


FIGURE 5 | Abnormal mitochondria and apoptosis were decreased in the muscles of iMSC transplanted mice. (A) Electron micrographs of the quadriceps of
Col6KO/NSG mice without transplantation at 8 weeks. Abnormal mitochondria (arrows) are indicated (left). A typical picture of aberrant mitochondria revealed swollen
bodies (top right), some of which were rich with protein aggregates (bottom right). Scale bars, 1 μm. (B) Electron micrographs of the quadriceps of transplanted KOmice
at 8 weeks. Mitochondrial abnormalities were rarely detected (left). Normal mitochondria (top right) and the formation of the autophagosome (bottom right) were
also observed. Scale bars, 1 μm. (C) Quantification of abnormal mitochondria in the quadriceps at 8 weeks. (Student’s t-test). (D) Electron micrographs of the
diaphragms from non-transplanted (left) and transplanted (right) mice at 8 weeks. Abnormal mitochondria were present in non-transplanted mice (arrow), but less so in
transplanted mice. Swollen mitochondria were detected in both non-transplanted and transplanted mice (bottom right). Scale bars, 1 μm. (E)Quantification of abnormal

(Continued )

Frontiers in Cell and Developmental Biology | www.frontiersin.org November 2021 | Volume 9 | Article 79034110

Harada et al. Systemic iMSC Transplantation to UCMD-Mice

https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


not the case in non-transplanted mice. The number of
abnormal mitochondria was reduced in the quadriceps
(Figure 5C). Abnormal mitochondria were observed in the
diaphragm of both non-transplanted and transplanted mice
(Figure 5D), but they were fewer in the transplanted group
(Figure 5E).

Apoptotic nuclei were counted in the TA muscles and
diaphragm (Figures 5F,H). The number of apoptotic cells
tended to be reduced in the TA muscles of transplanted mice
(Figure 5G), and less apoptosis was identified in the diaphragm
of the same group (Figure 5I). MYH3+ myofibers were
simultaneously stained to evaluate the correlation between
apoptosis and regenerating myofibers. Some TUNEL positive
nuclei were observed in the MYH3+ myofibers in the TA muscles
of both non-transplanted and transplanted mice at 4 weeks
(Figure 5F), possibly reflecting the specific pathology of
UCMD muscles, in which new myofibers during regeneration
fail to grow andmature, undergoing apoptosis instead (Paco et al.,
2012). On the contrary, TUNEL + MYH3+ myofibers were not
detected in the transplanted mice at 8 weeks (data not shown) or
at 4 weeks in the diaphragm (Figure 5H). Single-stranded DNA-
positive nuclei were examined as an alternative marker for
apoptosis. A similar distribution of single-stranded DNA
positive nuclei was confirmed in the quadriceps and
diaphragm of both non-transplanted and transplanted mice
(Supplementary Figure S10).

These results confirmed abnormal mitochondria and
apoptosis in Col6a1KO/NSG mice at 4 and 8 weeks and that

iMSC transplantation reduced the number of dysmorphic
mitochondria and apoptotic cells.

iMSC-Transplanted Mice Were Functionally
Improved at 8weeks
According to a previous report, 14-week-old Col6a1KO mice
showed functional impairment in grip power, voluntary
running, and muscle force (Noguchi et al., 2017). We
compared the difference in motor functions in 8-week-old
mice to evaluate if the transplantation therapy was
functionally beneficial. Care was taken to minimize any
environmental factors that might affect the results of the
function tests (see Methods). Muscle force was measured with
isometric contraction by both sides of the gastrocnemius muscle
and was increased with iMSC transplantation (Figure 6A). Grip
power was improved by 35% with the iMSC transplantation
(Figure 6B). The average running time in the rotarod test was
increased in the transplanted mice compared to the non-
transplanted mice (Figure 6C). The percentage of mice that
completed a 5-min run was 2.6% (1/30) in the non-
transplanted group and 9.5% (4/42) in the transplanted group.

DISCUSSION

This study examined the therapeutic effects of systemic iMSC
transplantation in UCMD model mice. We demonstrated that

FIGURE 5 | mitochondria in the diaphragm at 8 weeks. (Student’s t-test). (F) Immunofluorescence staining of the TUNEL assay and MYH3 from TAmuscles at 4 weeks.
Pictures at the top left are of MYH3+ myofibers whose nuclei were apoptotic, indicating that newly regenerating myofibers were undergoing apoptosis. Scale bars,
50 μm.(G)Quantification of apoptotic nuclei in TAmuscles at 4 weeks (WT (n � 2), KO (n � 7) and KO + iMSC (n � 9)) and 8 weeks (WT (n � 2), KO (n � 8) and KO + iMSC
(n � 8)). (Student’s t-test). (H) Immunofluorescence staining of the TUNEL assay and MYH3 from the diaphragm at 4 weeks. Scale bars, 50 μm. (I) Quantification of
apoptotic nuclei in the diaphragm at 4weeks (WT (n � 2), KO (n � 4), and KO+ iMSC (n � 4)) and 8 weeks (WT (n � 2), KO (n � 5), and KO+ iMSC (n � 4)). (Student’s t-test).
All error bars indicate ±SD.

FIGURE 6 | Motor functional tests at 8 weeks. The same mice conducted three different functional tests. KO (n � 13) and KO + iMSC (n � 14). (A) Maximum
isometric contraction was measured from both sides of the gastrocnemius under anesthesia. Values are relative to WT mice (n � 4) and normalized by body weight.
(Student’s t-test). (B) Grip strength with the four limbs was measured three times in each mouse. The average value was used to evaluate improvement in the
transplanted mice. (Tukey’s test). (C) The rotarod test showed tolerance at higher speeds in transplanted mice compared to non-transplanted mice. (Tukey’s test).
All error bars indicate ±SD.

Frontiers in Cell and Developmental Biology | www.frontiersin.org November 2021 | Volume 9 | Article 79034111

Harada et al. Systemic iMSC Transplantation to UCMD-Mice

https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


iMSCs act as a vector of collagen VI to skeletal muscles. The
rescued collagen VI contributed to the upregulation of muscle
regeneration and amelioration of the characteristic pathology of
muscles in Col6a1KO/NSG mice. Adding the better performance
in motor function tests, our findings are preliminary evidence
that systemic iMSC transplantation could be a feasible treatment
option, especially for neonates or infants with Col6-deficient
myopathy.

The muscle regeneration in Col6a1KO/NSG mice was
enhanced at 4 weeks but decreased at 8 weeks, and iMSC
transplantation sustained muscle regeneration. Because our
intervention was from the neonatal period, careful
interpretation of the results is necessary when considering the
effect of the collagen VI replacement, including its effects on
muscle growth. Postnatal muscle growth results primarily from
individual fiber hypertrophy, and the synthesis of new myotubes
from myogenic stem cells contribute only a small part (Gokhin
et al., 2008). The fusion of myogenic cells regenerates myofibers
once the satellite cell niche is established during the neonatal
period (Chal and Pourquié, 2017). Our results suggested that the
supplementation of collagen VI promoted mainly muscle
hypertrophy up to 4 weeks based on histological analysis, in
which the size of the myofibers was increased by
transplantation, but the number of myofibers was not. After
4 weeks, the primary effect of collagen VI was to sustain
muscle regeneration. A previous study reported that collagen
VI is a key component of the satellite niche and that it takes more
time to regenerate injured skeletal muscle in Col6a1−/− mice than
WT mice, though the experiments were performed with older
mice (6 months old) (Urciuolo et al., 2013). Our experiments
indicated that the collagen VI effects depends on the stage of
muscle growth and development. Neonatal transplantation can
mimic the physiological condition by supplying collagen VI from
the early period of life, which our findings suggest has a positive
impact on muscle development. Eventually, the hypertrophy
during muscle growth and maintained regeneration led to
muscle weight gain and better motor function at 8 weeks.
These observations suggest that there is a critical time point
for collagen VI supplementation to induce its maximum effects
on muscle regeneration.

Notably, we found that the restoration of collagen VI rescued
the removal of aberrant mitochondria and possibly suppressed
apoptotic events in the transplanted mice. Furthermore,
apoptotic cells were rarely observed in the muscle of
transplanted mice at 8 weeks. These results are consistent with
several previous reports that showed defective mitochondria and
ensuing apoptosis in Col6a1-null muscles and that
pharmacological interventions such as cyclosporine A or other
cyclophilin inhibitors, which inhibit the mitochondrial
permeability transition pore (PTP), normalized both
pathologies, although the mechanism is still not understood
(Irwin et al., 2003; Angelin et al., 2007; Merlini et al., 2008;
Hicks et al., 2009).

We estimated that the amount of collagen VI rescued by iMSC
transplantation was less than 3% total collagen VI in WT/NSG
mice. Despite this low level, some pathologies were improved,
including mitochondrial morphology, the suppression of cellular

apoptosis, and muscle regeneration. We, therefore, speculated
that collagen VI might act as a signal transmitter in skeletal
muscles in addition to acting as an extracellular matrix. This
assumption could explain why low levels of collagen VI could
ameliorate the cellular phenotypes. Recently, collagen V has been
elucidated as a signal transmitter via the calcitonin receptor in
muscle satellite cells (Baghdadi et al., 2018). Although previous
studies have shown that integrin β1 and the membrane-spanning
proteoglycan NG2 (neuron/glia antigen 2) are receptors for
collagen VI (Doane et al., 1998; Tillet et al., 2002; Cattaruzza
et al., 2013), it is still unknown whether these molecules are
involved in the homeostasis of satellite cells or myofibers.

Notably, the systemic injection used in this study did not cause
invasive damage to the muscles. Two previous studies (Alexeev
et al., 2014; Takenaka-Ninagawa et al., 2021) that injected
adipose-derived MSCs or iMSCs into TA muscles found the
muscle may be damaged by the injection, which in turn may
affect the regeneration. Furthermore, those studies injected the
cells in adult mice, while our injections were done in neonatal
mice. The timing of the injections was also different.

Additionally, we performed two transplantations, one at the
neonatal stage and the other at 4 weeks, since neither
transplantation alone was sufficient for therapeutic effects.
Mice who had only the neonatal transplantation did not show
a gain in muscle weight at 8 weeks, nor did they show functional
improvements. When only one transplantation was performed at
4 weeks, the impact on muscle regeneration was not significant,
and there were no changes in the number of MYH3+myofibers in
the quadriceps (data not shown). These results indicate the
effectiveness of the boost transplantation and importance of
neonatal intervention for the therapeutic effects in our model.

iMSCs are not the only candidate for systemic cell therapy to
treat UCMD or other COL6-related myopathies; primary MSCs
from other tissues are theoretically applicable, since they too
secrete collagen VI. The definitive advantage of using iMSCs,
however, is the large number of cells with homogeneous quality
that can be prepared for the transplantation. iMSCs have a stable
proliferative capacity up to at least 6 passages (Chijimatsu et al.,
20172017). Although the risk of oncogenesis remains when using
iPSC-derived cells, tumorigenesis was not observed up to
20 weeks in our experiments or 24 weeks when iMSCs were
injected intramuscularly (Takenaka-Ninagawa et al., 2021).
Our results also indicated that a small number of iMSCs
persistently remained in both muscles and non-muscle tissues
for longer periods, suggesting longer observation times are
required to assess safety. Furthermore, ongoing research
around iPSC technology may allow us to apply
immunologically favorable cells that are less susceptible to
HLA sensitization, such as HLA-homozygous iPSC line stocks
(Gourraud et al., 2012; Karagiannis et al., 2019) or the generation
of HLA-C-retained/HLA-class II knockout iPSCs (Xu et al.,
2019). Considering that repetitive transplantations will be
necessary in the clinical setting, it is crucial to have a cell
source from the same donor with immunological properties
identical to the patient.

The limitation of the study includes the i. p. transplantation,
which is not a realistic route for cell transplantation in humans. I.
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v. was more efficient than i. p transplantation in terms of
delivering the donor cells to the skeletal muscles; therefore,
similar or better therapeutic effects can be expected with i. v.
transplantation. The current study, however, is a proof of concept
that iMSC transplantation can systemically produce small
amounts of collagen VI to ameliorate the pathophysiology of
Col6a1KO/NSG mice. Further confirmation with larger animals
will be necessary before clinical application in patients with
COL6-related myopathies.

In a broader prospective, the present study demonstrated that
iMSCs can supply deficient molecules to target organs,
warranting the concept of stem cell therapies for some
inherited disorders. The efficacy of stem cell therapies for
supplying deficient molecules has been already reported in
other congenital diseases such as osteogenesis imperfecta
(Guillot et al., 2008; Götherström et al., 2014).

CONCLUSION

We demonstrated the definite therapeutic effects of neonatal
iMSC transplantation for immunodeficient UCMD model
mice. Because iMSCs were able to migrate to the major
organs, the supplementation of collagen VI was realized in
skeletal muscles systemically. Accordingly, the histological and
functional phenotypes specific to UCMD were ameliorated until
at least 8 weeks after the transplantation in mice.

DATA AVAILABILITY STATEMENT

The raw data supporting the conclusion of this article will be
made available by the authors, without undue reservation.

ETHICS STATEMENT

The animal study was reviewed and approved by The CiRA
animal experiment committee.

AUTHOR CONTRIBUTIONS

AH and HS designed the research. AH conducted the
experiments, acquired and analyzed the data, and wrote
the manuscript. MG independently conducted the
functional tests. AK contributed to the data acquisition,
and NT-N helped produce the Col6a1KO/NSG strain. AT
performed IVF to maintain the Col6a1KO/NSG strain. SN
provided the Col6a1KO mice, and MI differentiated and
prepared the iMSCs from iPSCs. HS supervised all the
experiments.

FUNDING

This study was supported by Grant-in-Aid for JSPS Fellows
(DC1) given to AH (Grant number 18J22274) and by the grant
from The Projects for Technical Development, which is a
program of the Research Center Network for Realization of
Regenerative Medicine, Japan Agency for Medical Research
and Development (AMED), to HS (Grant number
JP21bm0404044 and JP20bm0404044).

ACKNOWLEDGMENTS

The authors are deeply grateful to Shunsuke Kihara for the
confocal microscopy, Denise Zujur and Yoshiko Inada for the
FACS analysis, Shuji Kawamura for the electron microscopy, and
all lab members for their kind assistance. We also appreciate Peter
Karagiannis for critical reading of the manuscript and Misaki
Ouchida for the graphic illustration.

SUPPLEMENTARY MATERIAL

The SupplementaryMaterial for this article can be found online at:
https://www.frontiersin.org/articles/10.3389/fcell.2021.790341/
full#supplementary-material

REFERENCES

Alexeev, V., Arita, M., Donahue, A., Bonaldo, P., Chu, M.-L., and Igoucheva, O.
(2014). Human Adipose-Derived Stem Cell Transplantation as a Potential
Therapy for Collagen VI-related Congenital Muscular Dystrophy. Stem Cel Res.
Ther. 5, 21. doi:10.1186/scrt411

Angelin, A., Tiepolo, T., Sabatelli, P., Grumati, P., Bergamin, N., Golfieri, C., et al.
(2007). Mitochondrial Dysfunction in the Pathogenesis of Ullrich Congenital
Muscular Dystrophy and Prospective Therapy with Cyclosporins. Pnas 104,
991–996. doi:10.1073/pnas.0610270104

Baghdadi, M. B., Castel, D., Machado, L., Fukada, S.-i., Birk, D. E., Relaix, F., et al.
(2018). Reciprocal Signalling by Notch-Collagen V-CALCR Retains Muscle
Stem Cells in Their Niche. Nature 557, 714–718. doi:10.1038/s41586-018-
0144-9

Bernardi, P., and Bonaldo, P. (2008). Dysfunction of Mitochondria and
Sarcoplasmic Reticulum in the Pathogenesis of Collagen VI Muscular
Dystrophies. Ann. N. Y. Acad. Sci. 1147, 303–311. doi:10.1196/
annals.1427.009

Bernardi, P., and Bonaldo, P. (2013). Mitochondrial Dysfunction and Defective
Autophagy in the Pathogenesis of Collagen VI Muscular Dystrophies. Cold
Spring Harbor Perspect. Biol. 5, a011387. doi:10.1101/cshperspect.a011387

Bolduc, V., Foley, A. R., Solomon-Degefa, H., Sarathy, A., Donkervoort, S., Hu, Y.,
et al. (2019). A Recurrent COL6A1 Pseudoexon Insertion Causes Muscular
Dystrophy and Is Effectively Targeted by Splice-Correction Therapies. JCI
insight 4, e124403. doi:10.1172/jci.insight.124403

Bolduc, V., Zou, Y., Ko, D., and Bönnemann, C. G. (2014). siRNA-Mediated Allele-
specific Silencing of a COL6A3 Mutation in a Cellular Model of Dominant
Ullrich Muscular Dystrophy. Mol. Ther. - Nucleic Acids 3, e147. doi:10.1038/
mtna.2013.74

Bonaldo, P., Braghetta, P., Zanetti, M., Piccolo, S., Volpin, D., and Bressan, G. M.
(1998). Collagen VI Deficiency Induces Early Onset Myopathy in theMouse: an
Animal Model for Bethlem Myopathy. Hum. Mol. Genet. 7, 2135–2140.
doi:10.1093/hmg/7.13.2135

Bönnemann, C. G. (2011). The Collagen VI-related Myopathies. Handb. Clin.
Neurol. 101, 81–96. doi:10.1016/B978-0-08-045031-5.00005-0

Castagnaro, S., Pellegrini, C., Pellegrini, M., Chrisam, M., Sabatelli, P., Toni, S.,
et al. (2016). Autophagy Activation in COL6 Myopathic Patients by a Low-

Frontiers in Cell and Developmental Biology | www.frontiersin.org November 2021 | Volume 9 | Article 79034113

Harada et al. Systemic iMSC Transplantation to UCMD-Mice

https://www.frontiersin.org/articles/10.3389/fcell.2021.790341/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fcell.2021.790341/full#supplementary-material
https://doi.org/10.1186/scrt411
https://doi.org/10.1073/pnas.0610270104
https://doi.org/10.1038/s41586-018-0144-9
https://doi.org/10.1038/s41586-018-0144-9
https://doi.org/10.1196/annals.1427.009
https://doi.org/10.1196/annals.1427.009
https://doi.org/10.1101/cshperspect.a011387
https://doi.org/10.1172/jci.insight.124403
https://doi.org/10.1038/mtna.2013.74
https://doi.org/10.1038/mtna.2013.74
https://doi.org/10.1093/hmg/7.13.2135
https://doi.org/10.1016/B978-0-08-045031-5.00005-0
https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


Protein-Diet Pilot Trial. Autophagy 12, 2484–2495. doi:10.1080/
15548627.2016.1231279

Cattaruzza, S., Nicolosi, P. A., Braghetta, P., Pazzaglia, L., Benassi, M. S., Picci, P.,
et al. (2013). NG2/CSPG4-collagen Type VI Interplays Putatively Involved in
the Microenvironmental Control of Tumour Engraftment and Local
Expansion. J. Mol. Cel Biol. 5, 176–193. doi:10.1093/jmcb/mjt010

Chal, J., and Pourquié, O. (2017). Making Muscle: Skeletal Myogenesis In Vivo and
In Vitro. Development 144, 2104–2122. doi:10.1242/dev.151035

Chijimatsu, R., Ikeya, M., Yasui, Y., Ikeda, Y., Ebina, K., Moriguchi, Y., et al.
(20172017). Characterization of Mesenchymal Stem Cell-like Cells Derived
from Human iPSCs via Neural Crest Development and Their Application for
Osteochondral Repair. Stem Cell Int. 2017, 1–18. doi:10.1155/2017/1960965

Doane, K. J., Howell, S. J., and Birk, D. E. (1998). Identification and Functional
Characterization of Two Type VI Collagen Receptors, Alpha 3 Beta 1 Integrin
andNG2, during Avian Corneal Stromal Development. Invest. Ophthalmol. Vis.
Sci. 39, 263–275.

Fukuta, M., Nakai, Y., Kirino, K., Nakagawa, M., Sekiguchi, K., Nagata, S., et al.
(2014). Derivation of Mesenchymal Stromal Cells from Pluripotent Stem Cells
through a Neural Crest Lineage Using Small Molecule Compounds with
Defined media. PLoS One 9, e112291. doi:10.1371/journal.pone.0112291

Gattazzo, F., Molon, S., Morbidoni, V., Braghetta, P., Blaauw, B., Urciuolo, A., et al.
(2014). Cyclosporin A Promotes In Vivo Myogenic Response in Collagen VI-
Deficient Myopathic Mice. Front. Aging Neurosci. 6, 244. doi:10.3389/
fnagi.2014.00244

Gnocchi, V. F., White, R. B., Ono, Y., Ellis, J. A., and Zammit, P. S. (2009). Further
Characterisation of the Molecular Signature of Quiescent and Activated Mouse
Muscle Satellite Cells. PLoS One 4, e5205. doi:10.1371/journal.pone.0005205

Gokhin, D. S., Ward, S. R., Bremner, S. N., and Lieber, R. L. (2008). Quantitative
Analysis of Neonatal Skeletal Muscle Functional Improvement in the Mouse.
J. Exp. Biol. 211, 837–843. doi:10.1242/jeb.014340

Götherström, C., Westgren, M., Shaw, S. W. S., Åström, E., Biswas, A., Byers, P. H.,
et al. (2014). Pre- and Postnatal Transplantation of Fetal Mesenchymal Stem
Cells in Osteogenesis Imperfecta: a Two-center Experience. Stem Cell
translational Med. 3, 255–264. doi:10.5966/sctm.2013-0090

Gourraud, P.-A., Gilson, L., Girard, M., and Peschanski, M. (2012). The Role of
Human Leukocyte Antigen Matching in the Development of Multiethnic
"haplobank" of Induced Pluripotent Stem Cell Lines. Stem Cells 30, 180–186.
doi:10.1002/stem.772

Grumati, P., Coletto, L., Sabatelli, P., Cescon, M., Angelin, A., Bertaggia, E., et al.
(2010). Autophagy Is Defective in Collagen VI Muscular Dystrophies, and its
Reactivation Rescues Myofiber Degeneration. Nat. Med. 16, 1313–1320.
doi:10.1038/nm.2247

Guillot, P. V., Abass, O., Bassett, J. H. D., Shefelbine, S. J., Bou-Gharios, G., Chan, J.,
et al. (2008). Intrauterine Transplantation of Human Fetal Mesenchymal Stem
Cells from First-Trimester Blood Repairs Bone and Reduces Fractures in
Osteogenesis Imperfecta Mice. Blood 111, 1717–1725. doi:10.1182/blood-
2007-08-105809

Hata, T., Kanenishi, K., Mori, N., AboEllail, M. A. M., Hanaoka, U., Koyano, K.,
et al. (2018). Prediction of Postnatal Developmental Disabilities Using the
Antenatal Fetal Neurodevelopmental Test: KANET Assessment. J. Perinat.
Med. 47, 77–81. doi:10.1515/jpm-2018-0169

Hicks, D., Lampe, A. K., Laval, S. H., Allamand, V., Jimenez-Mallebrera, C., Walter,
M. C., et al. (2009). Cyclosporine A Treatment for Ullrich Congenital Muscular
Dystrophy: a Cellular Study of Mitochondrial Dysfunction and its rescue. Brain
132, 147–155. doi:10.1093/brain/awn289

Higuchi, I., Horikiri, T., Niiyama, T., Suehara, M., Shiraishi, T., Hu, J., et al. (2003).
Pathological Characteristics of Skeletal Muscle in Ullrich’s Disease with
Collagen VI Deficiency. Neuromuscul. Disord. 13, 310–316. doi:10.1016/
s0960-8966(02)00282-1

Irwin, W. A., Bergamin, N., Sabatelli, P., Reggiani, C., Megighian, A., Merlini, L.,
et al. (2003). Mitochondrial Dysfunction and Apoptosis in Myopathic Mice
with Collagen VI Deficiency. Nat. Genet. 35, 367–371. doi:10.1038/ng1270

Itoh, Y., Murakami, T., Mori, T., Agata, N., Kimura, N., Inoue-Miyazu, M., et al.
(2017). Training at Non-damaging Intensities Facilitates Recovery fromMuscle
Atrophy. Muscle Nerve 55, 243–253. doi:10.1002/mus.25218

Jerkovic, R., Argentini, C., Serrano-Sanchez, A., Cordonnier, C., and Schiaffino, S.
(1997). Early Myosin Switching Induced by Nerve Activity in Regenerating
Slow Skeletal Muscle. Cell Struct. Funct. 22, 147–153. doi:10.1247/csf.22.147

Kalhovde, J. M., Jerkovic, R., Sefland, I., Cordonnier, C., Calabria, E., Schiaffino, S.,
et al. (2005). ’Fast’ and ’slow’Muscle Fibres in Hindlimb Muscles of Adult Rats
Regenerate from Intrinsically Different Satellite Cells. J. Physiol. 562, 847–857.
doi:10.1113/jphysiol.2004.073684

Kanaoka, M., Yamaguchi, Y., Komitsu, N., Feghali-Bostwick, C. A., Ogawa, M.,
Arima, K., et al. (2018). Pro-fibrotic Phenotype of Human Skin Fibroblasts
Induced by Periostin via Modulating TGF-β Signaling. J. Dermatol. Sci. 90,
199–208. doi:10.1016/j.jdermsci.2018.02.001

Karagiannis, P., Takahashi, K., Saito, M., Yoshida, Y., Okita, K., Watanabe, A., et al.
(2019). Induced Pluripotent Stem Cells and Their Use in Human Models of
Disease and Development. Physiol. Rev. 99, 79–114. doi:10.1152/
physrev.00039.2017

Lamandé, S. R., and Bateman, J. F. (2018). Collagen VI Disorders: Insights on Form
and Function in the Extracellular Matrix and beyond. Matrix Biol. 71-72,
348–367. doi:10.1016/j.matbio.2017.12.008

Lamandé, S. R., Bateman, J. F., Hutchison, W., Gardner, R. J. M., Bower, S. P.,
Byrne, E., et al. (1998). Reduced Collagen VI Causes Bethlem Myopathy: a
Heterozygous COL6A1 Nonsense Mutation Results in mRNA Decay and
Functional Haploinsufficiency. Hum. Mol. Genet. 7, 981–989. doi:10.1093/
hmg/7.6.981

Lampe Ak, F. K., and Bushby, K. M. (2004). “Collagen Type VI-Related Disorders,”
in GeneReviews® [Internet]. MP Adam, HH Ardinger, RA Pagon, S. E. Wallace,
L. J. H. Bean, G. Mirzaa, et al. (Seattle (WA): University ofWashington, Seattle),
1993–2020. Available at: https://www.ncbi.nlm.nih.gov/books/NBK1503/.

Li, C., Gao, H. L., Shimokawa, T., Nabeka, H., Hamada, F., Araki, H., et al. (2013).
Prosaposin Expression in the Regenerated Muscles of Mdx and Cardiotoxin-
Treated Mice. Histol. Histopathol. 28, 875–892. doi:10.14670/hh-28.875

Marrosu, E., Ala, P., Muntoni, F., and Zhou, H. (2017). Gapmer Antisense
Oligonucleotides Suppress the Mutant Allele of COL6A3 and Restore
Functional Protein in Ullrich Muscular Dystrophy. Mol. Ther. - Nucleic
Acids 8, 416–427. doi:10.1016/j.omtn.2017.07.006

Matsumoto, Y., Ikeya, M., Hino, K., Horigome, K., Fukuta, M., Watanabe, M., et al.
(2015). New Protocol to Optimize iPS Cells for Genome Analysis of
Fibrodysplasia Ossificans Progressiva. Stem Cells 33, 1730–1742.
doi:10.1002/stem.1981

Merlini, L., Angelin, A., Tiepolo, T., Braghetta, P., Sabatelli, P., Zamparelli, A., et al.
(2008). Cyclosporin A Corrects Mitochondrial Dysfunction and Muscle
Apoptosis in Patients with Collagen VI Myopathies. Pnas 105, 5225–5229.
doi:10.1073/pnas.0800962105

Merlini, L., Sabatelli, P., Armaroli, A., Gnudi, S., Angelin, A., Grumati, P., et al.
(20112011). Cyclosporine A in Ullrich Congenital Muscular Dystrophy: Long-
Term Results. Oxidative Med. Cell Longevity 2011, 1–10. doi:10.1155/2011/
139194

Nadeau, A., Kinali, M., Main, M., Jimenez-Mallebrera, C., Aloysius, A., Clement,
E., et al. (2009). Natural History of Ullrich Congenital Muscular Dystrophy.
Neurology 73, 25–31. doi:10.1212/WNL.0b013e3181aae851

Noguchi, S., Ogawa, M., Kawahara, G., Malicdan, M. C., and Nishino, I. (2014).
Allele-specific Gene Silencing of Mutant mRNA Restores Cellular Function in
Ullrich Congenital Muscular Dystrophy Fibroblasts. Mol. Ther. - Nucleic Acids
3, e171. doi:10.1038/mtna.2014.22

Noguchi, S., Ogawa, M., Malicdan, M. C., Nonaka, I., and Nishino, I. (2017).
Muscle Weakness and Fibrosis Due to Cell Autonomous and Non-cell
Autonomous Events in Collagen VI Deficient Congenital Muscular
Dystrophy. EBioMedicine 15, 193–202. doi:10.1016/j.ebiom.2016.12.011

Paco, S., Ferrer, I., Jou, C., Cusí, V., Corbera, J., Torner, F., et al. (2012).
Muscle Fiber Atrophy and Regeneration Coexist in Collagen VI-Deficient
Human Muscle: Role of Calpain-3 and Nuclear Factor-Κb Signaling.
J. Neuropathol. Exp. Neurol. 71, 894–906. doi:10.1097/
NEN.0b013e31826c6f7b

Palma, E., Tiepolo, T., Angelin, A., Sabatelli, P., Maraldi, N. M., Basso, E., et al.
(2009). Genetic Ablation of Cyclophilin D Rescues Mitochondrial Defects and
Prevents Muscle Apoptosis in Collagen VI Myopathic Mice. Hum. Mol. Genet.
18, 2024–2031. doi:10.1093/hmg/ddp126

Roman, W., and Gomes, E. R. (2018). Nuclear Positioning in Skeletal Muscle.
Semin. Cel Develop. Biol. 82, 51–56. doi:10.1016/j.semcdb.2017.11.005

Schiaffino, S., Rossi, A. C., Smerdu, V., Leinwand, L. A., and Reggiani, C. (2015).
Developmental Myosins: Expression Patterns and Functional Significance.
Skeletal muscle 5, 22. doi:10.1186/s13395-015-0046-6

Frontiers in Cell and Developmental Biology | www.frontiersin.org November 2021 | Volume 9 | Article 79034114

Harada et al. Systemic iMSC Transplantation to UCMD-Mice

https://doi.org/10.1080/15548627.2016.1231279
https://doi.org/10.1080/15548627.2016.1231279
https://doi.org/10.1093/jmcb/mjt010
https://doi.org/10.1242/dev.151035
https://doi.org/10.1155/2017/1960965
https://doi.org/10.1371/journal.pone.0112291
https://doi.org/10.3389/fnagi.2014.00244
https://doi.org/10.3389/fnagi.2014.00244
https://doi.org/10.1371/journal.pone.0005205
https://doi.org/10.1242/jeb.014340
https://doi.org/10.5966/sctm.2013-0090
https://doi.org/10.1002/stem.772
https://doi.org/10.1038/nm.2247
https://doi.org/10.1182/blood-2007-08-105809
https://doi.org/10.1182/blood-2007-08-105809
https://doi.org/10.1515/jpm-2018-0169
https://doi.org/10.1093/brain/awn289
https://doi.org/10.1016/s0960-8966(02)00282-1
https://doi.org/10.1016/s0960-8966(02)00282-1
https://doi.org/10.1038/ng1270
https://doi.org/10.1002/mus.25218
https://doi.org/10.1247/csf.22.147
https://doi.org/10.1113/jphysiol.2004.073684
https://doi.org/10.1016/j.jdermsci.2018.02.001
https://doi.org/10.1152/physrev.00039.2017
https://doi.org/10.1152/physrev.00039.2017
https://doi.org/10.1016/j.matbio.2017.12.008
https://doi.org/10.1093/hmg/7.6.981
https://doi.org/10.1093/hmg/7.6.981
https://doi.org/10.14670/hh-28.875
https://doi.org/10.1016/j.omtn.2017.07.006
https://doi.org/10.1002/stem.1981
https://doi.org/10.1073/pnas.0800962105
https://doi.org/10.1155/2011/139194
https://doi.org/10.1155/2011/139194
https://doi.org/10.1212/WNL.0b013e3181aae851
https://doi.org/10.1038/mtna.2014.22
https://doi.org/10.1016/j.ebiom.2016.12.011
https://doi.org/10.1097/NEN.0b013e31826c6f7b
https://doi.org/10.1097/NEN.0b013e31826c6f7b
https://doi.org/10.1093/hmg/ddp126
https://doi.org/10.1016/j.semcdb.2017.11.005
https://doi.org/10.1186/s13395-015-0046-6
https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles


Takenaka-Ninagawa, N., Kim, J., Zhao, M., Sato, M., Jonouchi, T., Goto, M., et al.
(2021). Collagen-VI Supplementation by Cell Transplantation Improves
Muscle Regeneration in Ullrich Congenital Muscular Dystrophy Model
Mice. Stem Cel. Res. Ther. 12, 446. doi:10.1186/s13287-021-02514-3

Tiepolo, T., Angelin, A., Palma, E., Sabatelli, P., Merlini, L., Nicolosi, L., et al.
(2009). The Cyclophilin Inhibitor Debio 025 Normalizes Mitochondrial
Function, Muscle Apoptosis and Ultrastructural Defects inCol6a1−/
−myopathic Mice. Br. J. Pharmacol. 157, 1045–1052. doi:10.1111/j.1476-
5381.2009.00316.x

Tillet, E., Gential, B., Garrone, R., and Stallcup, W. B. (2002). NG2 Proteoglycan
Mediates ?1 Integrin-independent Cell Adhesion and Spreading on Collagen
VI. J. Cel. Biochem. 86, 726–736. doi:10.1002/jcb.10268

Uezumi, A., Ito, T., Morikawa, D., Shimizu, N., Yoneda, T., Segawa, M., et al.
(2011). Fibrosis and Adipogenesis Originate from a Common Mesenchymal
Progenitor in Skeletal Muscle. J. Cel Sci. 124, 3654–3664. doi:10.1242/jcs.086629

Urciuolo, A., Quarta, M., Morbidoni, V., Gattazzo, F., Molon, S., Grumati, P., et al.
(2013). Collagen VI Regulates Satellite Cell Self-Renewal and Muscle
Regeneration. Nat. Commun. 4, 1964. doi:10.1038/ncomms2964

Weintraub, H. (1993). The MyoD Family and Myogenesis: Redundancy,
Networks, and Thresholds. Cell 75, 1241–1244. doi:10.1016/0092-
8674(93)90610-3

Xu, H., Wang, B., Ono, M., Kagita, A., Fujii, K., Sasakawa, N., et al. (2019). Targeted
Disruption of HLA Genes via CRISPR-Cas9 Generates iPSCs with Enhanced
Immune Compatibility. Cell stem cell 24, 566–578. e567. doi:10.1016/
j.stem.2019.02.005

Yonekawa, T., Komaki, H., Okada, M., Hayashi, Y. K., Nonaka, I., Sugai, K., et al.
(2013). Rapidly Progressive Scoliosis and Respiratory Deterioration in Ullrich
Congenital Muscular Dystrophy. J. Neurol. Neurosurg. Psychiatry 84, 982–988.
doi:10.1136/jnnp-2012-304710

Yonekawa, T., and Nishino, I. (2015). Ullrich Congenital Muscular Dystrophy:
Clinicopathological Features, Natural History and Pathomechanism(s).
J. Neurol. Neurosurg. Psychiatry 86, 280–287. doi:10.1136/jnnp-2013-307052

Yoshimoto, Y., Ikemoto-Uezumi, M., Hitachi, K., Fukada, S.-i., and Uezumi, A.
(2020). Methods for Accurate Assessment of Myofiber Maturity during Skeletal
Muscle Regeneration. Front. Cel Dev. Biol. 8, 267. doi:10.3389/fcell.2020.00267

Zou, Y., Zhang, R.-Z., Sabatelli, P., Chu, M.-L., and Bönnemann, C. G. (2008).
Muscle Interstitial Fibroblasts Are the Main Source of Collagen VI Synthesis in
Skeletal Muscle: Implications for Congenital Muscular Dystrophy Types Ullrich
and Bethlem. J. Neuropathol. Exp. Neurol. 67, 144–154. doi:10.1097/
nen.0b013e3181634ef7

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2021 Harada, Goto, Kato, Takenaka-Ninagawa, Tanaka, Noguchi,
Ikeya and Sakurai. This is an open-access article distributed under the terms of the
Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) and
the copyright owner(s) are credited and that the original publication in this journal is
cited, in accordance with accepted academic practice. No use, distribution or
reproduction is permitted which does not comply with these terms.

Frontiers in Cell and Developmental Biology | www.frontiersin.org November 2021 | Volume 9 | Article 79034115

Harada et al. Systemic iMSC Transplantation to UCMD-Mice

https://doi.org/10.1186/s13287-021-02514-3
https://doi.org/10.1111/j.1476-5381.2009.00316.x
https://doi.org/10.1111/j.1476-5381.2009.00316.x
https://doi.org/10.1002/jcb.10268
https://doi.org/10.1242/jcs.086629
https://doi.org/10.1038/ncomms2964
https://doi.org/10.1016/0092-8674(93)90610-3
https://doi.org/10.1016/0092-8674(93)90610-3
https://doi.org/10.1016/j.stem.2019.02.005
https://doi.org/10.1016/j.stem.2019.02.005
https://doi.org/10.1136/jnnp-2012-304710
https://doi.org/10.1136/jnnp-2013-307052
https://doi.org/10.3389/fcell.2020.00267
https://doi.org/10.1097/nen.0b013e3181634ef7
https://doi.org/10.1097/nen.0b013e3181634ef7
https://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cell-and-developmental-biology
www.frontiersin.org
https://www.frontiersin.org/journals/cell-and-developmental-biology#articles

	Systemic Supplementation of Collagen VI by Neonatal Transplantation of iPSC-Derived MSCs Improves Histological Phenotype an ...
	Introduction
	Materials and Methods
	Mice
	Cells
	Transplantation
	In Vivo Imaging System
	RT-PCR
	Tissue Sectioning
	Immunohistochemistry
	Cell Apoptosis Assay
	Functional Analysis
	Functional Analysis of Maximum Isometric Torque
	Grip Strength Test
	Rotarod Test

	Statistics
	Study Approval

	Results
	iMSCs Reached Skeletal Muscle and Secreted Collagen VI Locally After Intraperitoneal Injection
	iMSC Transplantation Positively Affected the Phenotype of Col6a1KO/NSG Mice
	Quantification of Rescued Collagen VI
	iMSC Transplantation Activated Muscle Regeneration
	Effects on Mitochondria Morphology and Apoptosis
	iMSC-Transplanted Mice Were Functionally Improved at 8 weeks

	Discussion
	Conclusion
	Data Availability Statement
	Ethics Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	References


