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Abstract 

Background High dosage of dexamethasone (Dex) is an effective treatment for multiple diseases; however, it is often 
associated with severe side effects including muscle atrophy, resulting in higher risk of falls and poorer life quality 
of patients. Cell therapy with mesenchymal stem cells (MSCs) holds promise for regenerative medicine. In this study, 
we aimed to investigate the therapeutic efficacy of systemic administration of adipose‑derived mesenchymal stem 
cells (ADSCs) in mitigating the loss of muscle mass and strength in mouse model of DEX‑induced muscle atrophy.

Methods 3‑month‑old female C57BL/6 mice were treated with Dex (20 mg/kg body weight, i.p.) for 10 days 
to induce muscle atrophy, then subjected to intravenous injection of a single dose of ADSCs ( 1× 10

6 cells/
kg body weight) or vehicle control. The mice were killed 7 days after ADSCs treatment. Body compositions were 
measured by animal DXA, gastrocnemius muscle was isolated for ex vivo muscle functional test, histological assess‑
ment and Western blot, while tibialis anterior muscles were isolated for RNA‑sequencing and qPCR. For in vitro 
study, C2C12 myoblast cells were cultured under myogenic differentiation medium for 5 days following 100 µ M Dex 
treatment with or without ADSC‑conditioned medium for another 4 days. Samples were collected for qPCR analysis 
and Western blot analysis. Myotube morphology was measured by myosin heavy chain immunofluorescence staining.

Results ADSC treatment significantly increased body lean mass (10–20%), muscle wet weight (15–30%) and cross‑
sectional area (CSA) (~ 33%) in DEX‑induced muscle atrophy mice model and down‑regulated muscle atrophy‑asso‑
ciated genes expression (45–65%). Hindlimb grip strength (~ 37%) and forelimb ex vivo muscle contraction property 
were significantly improved (~ 57%) in the treatment group. Significant increase in type I fibres (~ 77%) was found 
after ADSC injection. RNA‑sequencing results suggested that ERK1/2 signalling pathway might be playing impor‑
tant role underlying the beneficial effect of ADSC treatment, which was confirmed by ERK1/2 inhibitor both in vitro 
and in vivo.
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Conclusions ADSCs restore the pathogenesis of Dex‑induced muscle atrophy with an increased number of type I 
fibres, stronger muscle strength, faster recovery rate and more anti‑fatigue ability via ERK1/2 signalling pathway. The 
inhibition of muscle atrophy‑associated genes by ADSCs offered this treatment as an intervention option for muscle‑
associated diseases. Taken together, our findings suggested that adipose‑derived mesenchymal stem cell therapy 
could be a new treatment option for patient with Dex‑induced muscle atrophy.
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Background
Glucocorticoid and synthetic analogs such as dexametha-
sone (Dex)  are potent anti-inflammatory and immuno-
suppressive drugs. The catabolic effects of glucocorticoid 
as endocrine hormones released in response to stress 
conditions or prolonged use at high dose have been 
reported to be associated with skeletal muscle atrophy 
[1, 2]. For instance, patients with Cushing’s syndrome 
exhibit peripheral muscle weakness [3]. In the past few 
decades, the number of long-term oral glucocorticoid 
prescription has increased by over 30%[4]. Patients with 
congenital adrenal hyperplasia and Addison’s disease 
might need to take long-term Dex treatment [5–7]. The 
resultant loss of skeletal muscle mass and muscle weak-
ness might lead to impaired quality of life, increased risk 
of falls, decrease in wound healing, compromised lung 
function and so on.

Healthy skeletal muscle consists of two types of mus-
cle fibres, slow-twitch type I fibres and fast-twitch type 
II fibres. Type I fibres, with low ATPase activities, which 
have higher oxidative capacity and relatively more resist-
ant to fatigue [8]. Type II fibres can be further divided 
into type IIA, type IIB and IIX fibres. Type IIA fibres, 
with high ATPase activities, have both higher oxidative 
and glycolytic capacity. Type IIB and type IIX both have 
high glycolytic but low oxidative capacity. The muscle 
atrophy induced by glucocorticoid is generally charac-
terised by reduction in the size of type II fibres [9] and 
muscle force [10]. Several signalling pathways have been 
proposed to explain the decreased rate of protein synthe-
sis and increased rate of protein breakdown underlying 
muscle atrophy [11, 12]. Muscle RING finger 1 (MuRF-
1) and muscle atrophy F-box (Atrogin-1/MAFbx) are two 
muscle-specific E3 ubiquitin ligases playing important 
roles in muscle atrophy, which can be activated by glu-
cocorticoid [13]. As the underlying mechanisms are not 
fully understood, effective treatment for alleviating glu-
cocorticoid-induced muscle atrophy is limited.

The paracrine and immunomodulatory properties of 
mesenchymal stem cells (MSCs) make it one of the popu-
lar cell types in cell therapy [14]. Over a thousand clini-
cal trials using MSCs were designed to test therapeutic 
interventions for various severe diseases such as treat-
ment in orthopedics, degenerative, immune rejection, 

inflammation and autoimmunity [15]. In addition to 
these known targeted medical conditions, recent study 
suggested that autologous transplantation of adipose-
derived MSCs (ADSCs) with collagen hydrogel into 
crushed tibialis anterior muscle render beneficial effects 
in improving muscle function and regeneration [16]. 
Moreover, systemic injection of human ADSCs in ani-
mal model of muscle injury induced expression of human 
dystrophin without immunosuppression [17, 18]. With 
these, we hypothesised that that systemic injection of 
ADSCs could improve muscle mass and muscle func-
tions in animal model of Dex-induced muscle atrophy. 
The signalling pathway involved in ADSC-mediated 
benefit would be explored to elucidate the underlying 
mechanisms.

Methods
Dex‑induced muscle atrophy animal model
Three-month-old female C57BL/6 mice were used to 
develop the muscle atrophy model. To induce muscle 
atrophy, mice received daily intraperitoneal injection 
of Dex (20 mg/ kg body weight, Sigma #D4902) [19] for 
10  days. Animals were housed in 12  h light/ 12  h dark 
cycles at 22–28 ℃ with standard chow diet and water. 
Five mice were kept in one standard small cage.

In vivo treatments, ADSC transplantation and ERK1/2 
inhibitor injection
Human adipose-derived mesenchymal stems (ADSC) 
were cultured following our previous publication using 
Iscove’s modified Dulbecco’s medium (IMDM) (Gibco 
#12200036) containing 10% foetal bovine serum (FBS) 
(Gibco #10270106) and 1% penicillin–streptomycin-glu-
tamine (PSG) (Gibco #10378016) 10 ng/mL FGF2 (Pep-
roTech #100-18B) [20]. Mice were randomly divided into 
non-Dex-treated group (CON), dexamethasone-treated 
group (DEX) and ADSC treatment group (DEX + ADSC). 
After 10 days of dexamethasone induction, mice received 
a dose of ADSCs ( 1× 10

6/kg body weight in 200 µ L PBS) 
or PBS through tail vein injection, respectively. Mice 
were killed with carbon dioxide asphyxiation 7 days after 
ADSC transplantation. For in  vivo mechanistic study, 
mice received daily administration of MEK-ERK1/2 
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inhibitor U0126 (25 µM/kg body weight, i.p.) from day 11 
for 7 days [21–24].

C2C12 cell culture and treatments
C2C12 cells were cultured with high-glucose Dulbecco’s 
modified Eagle medium (HG-DMEM) with 10% FBS 
and 1% PSG and followed with 5 days of differentiation 
(HG-DMEM medium with 2% horse serum (HS) (Gibco 
#16050122) and 1% PSG). Dex group (DEX) and ADSC 
treatment group (DEX + ADSC) received 4  days of 
100 µM Dex (dissolved in DMSO and diluted with PBS) 
treatment with IMDM medium contained 10% FBS and 
1%  PSG or 100  µM Dex treatment with ADSC-condi-
tioned medium. Control group (CON) was cultured with 
IMDM medium contained 10% FBS, 1% PSG and DMSO 
(equal volume as DEX and DEX + ADSC groups) for 
4 days.

For ADSC-conditioned medium collection, 2× 10
5 

ADSCs were seeded in 6-well plate and cultured with 
IMDM medium containing 10% FBS, 1%  PSG and 
10  ng/mL FGF2. Two days after cell culture, condi-
tioned medium was collected and centrifuged to remove 
cell debris. For inhibitor treatment, all inhibitors were 
dissolved in DMSO and freshly diluted with culture 
medium. 10 µM JNK inhibitor (SP-600125) [25, 26], 1 µM 
ERK1/2 inhibitor (PD-325901) [27, 28] or 10  µM p38 
inhibitor (SB-203580) [29, 30] was added concurrently 
during ADSC-conditioned medium treatment. Mean-
while, equal volume of DMSO was added in DEX and 
DEX + ADSC groups.

Body composition
Whole-body, hindlimb and forelimb lean mass and fat 
mass were measured by small animal dual-energy X-ray 
absorptiometry (DXA)  (UltraFocusDXA, Faxitron Biop-
tics, Tucson, Arizona, USA) 7  days after ADSC trans-
plantation. Dedicated Bioptics Vision software was used 
for data analysis.

Muscle functional tests
Grip strength metre was used to measure the forelimb 
grip strength. Each mouse was allowed to grasp the 
machine, and then its tail was gently pulled back and 
the tension was recorded automatically by the machine. 
Each mouse had five times to perform the test, and 5-min 
rest was given between each test. The highest and lower 
results were excluded, and the remainder values were 
recorded and normalised with whole body weight for 
analysis. Rodent Treadmill (Ugo basile #47303) was used 
to measure the fatigue-like behaviour in mice. Train-
ing section and fatigue test were performed by follow-
ing the published protocol [31]. Animals followed the 
3-day-training protocol and one full day resting before 

starting the fatigue test. The test ended when the mouse 
remained in the fatigue zone for 5 times. Total running 
distance was recorded and present as the fatigue level. 
For the ex  vivo muscle functional test, right hindlimb 
gastrocnemius (GA) muscles were carefully isolated from 
anaesthetised mice and tied at the Achilles’s tendon for 
mounting on Dynamic Muscle Control system (DMC 
v5.4; Aurora Scientific, Inc.) supplemented with Krebs 
buffer, 95%  O2 and 5%  CO2. The optimal length of the 
GA muscle was measured, a single 150 Hz stimulus was 
given for three times, and the responses were recorded 
for calculation of twitch force. For the determination of 
peak tetanic force, a continuous 150  Hz stimulus was 
given for three times and the responses were recorded. 
Normalised twitch force and peak tetanic force were 
achieved by dividing with GA muscle cross-sectional area 
(CSA). After resting for 5 min, the fatigability was meas-
ured by repeated stimulus every 5  s for a total of 300  s 
and the isometric contractions were recorded. A stimu-
lus of 150 Hz was given to GA muscle 5 min and 10 min 
after repeated stimulus, and the peak tetanic forces were 
recorded to determine the recovery rate. The results were 
analysed using the Dynamic Muscle Analysis system 
(DMA v3.2; Aurora Scientific, Inc.).

Histochemical and immunofluorescence staining
Freshly isolated GA muscle tissues from the left hindlimb 
were snap frozen in liquid nitrogen and kept at -80℃ 
until further processing. Frozen muscles were embedded 
in OCT embedding medium and sectioned at 10 µm for 
further staining. For immunofluorescence staining, sam-
ples were fixed in pre-ice methanol and blocked with 2% 
horse serum for 1  h at room temperature and followed 
by primary antibodies incubation overnight at 4℃ and 
secondary antibodies incubation at room temperature 
for 1 h. DAPI was used for nuclear staining. Hematoxylin 
and eosin (H&E) staining was used to obtain cross-sec-
tional morphology of muscle fibre. ImageJ software was 
used for image data analysis. Fusion index was calculated 
as the number of nuclei presented inside each MyHC-
positive myotube and divided by the total number of 
nuclei in a field of view.

Western blot
RIPA buffer (Abcam #ab156034) with protease/phos-
phatase inhibitor (Thermo Scientific™ #1861821) was 
used to extract proteins from tissue and cell samples. 
Protein concentration was measured by using Pierce™ 
BCA Protein Assay Kit (Thermo Scientific™ #23225). 
Samples were separated in 10% SDS–polyacrylamide 
gel and transferred to PVDF membranes at 100  V for 
1 h. Membranes were then blocked in 5% BSA at room 
temperature and incubated with primary antibodies at 
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4℃ overnight, followed by secondary antibodies incu-
bation at room temperature for 1 h. Chemiluminescent 
substrate (Thermo ScientificTM #34095) was added, 
and membranes were placed in ChemiDoc MP imag-
ing system (Bio-Rad) for signals detection. ImageJ soft-
ware was used for image data analysis. Full blot images 
were provided in supplementary data (Additional 
file 1: Fig. S1).

RNA extraction and qPCR
TRIzol (Invitrogen #15596018) was used for total RNA 
purification, and then High-Capacity cDNA Reverse 
Transcription Kit (Applied Biosystems™ #4368813) 
was used to obtain cDNA. Gene expression quantifi-
cation was performed by using the QuantStudio™ 7 
Flex Real-Time PCR System (Applied Biosystems™). 
All gene expression results were normalised by house-
keeping gene GAPDH.

Bulk RNA‑sequencing
Total RNA was extracted from GA muscles as men-
tioned above. RNA was then lysed into short frag-
ments using a frag- mentation buffer. First-strand 
cDNA was synthesised using random N6 primers, fol-
lowed by second-strand cDNA synthesis. The ends of 
double cDNA were repaired; 5′ ends were phosphoryl-
ated, and 3′ ends formed cohesive ends with A-tailing. 
Then, cDNA was ligated to the sequencing adapters. 
The ligation products were amplified using BGISEQ 
platform to build a cDNA library and sequenced on 
the DNBSEQ PE100 platform. Raw data were preproc-
essed with quality control steps to remove the adapter 
signals during library preparation and low signal 
sequence quality reads. The quality control was per-
formed with SOAPnuke (v 1.5.2). After quality control, 
the “clean data” were stored in FASTQ format for fur-
ther analysis. Sequence alignment was performed with 
software HISAT2 (v2.0.4) and mapped to template 
GRCm38 (NCBI, GCF_000001635.26_GRCm38.p6). 
After the mapping procedure, the total mapping ratio 
and the uniquely mapping ratio of each sequenced data 
were examined to monitor the between sample quality 
control. Finally, the sequenced samples that passed the 
quality check were obtained for further analysis.

Statistical analysis
Sample size for each experiment was calculated by 
G-power software. All statistical analyses were performed 
using SPSS software and statistical significance was deter-
mined using one-way ANOVA (*P < 0.05, **P < 0.01, 
***P < 0.005, #P < 0.001). Each experiment was performed at 
least three times.

Results
ADSC treatment improve muscle mass and muscle 
atrophy‑associated gene and protein expression
The beneficial effects of ADSCs in skeletal muscle system 
were evaluated through multiple experiments. First, whole-
body composition was measured by DXA machine. The 
results suggest that ADSC treatment reversed the loss of 
lean mass, including whole body, hindlimb and forelimb 
(Fig. 1A). Meanwhile, body fat which was increased by Dex 
can be alleviated by ADSC treatment. The wet weight of 
hindlimb muscle including tibialis anterior (TA), gastroc-
nemius (GA) quadriceps femoris (QA) and extensor digi-
torum longus (EDL) muscle was significantly increased by 
ADSC treatment (Fig. 1B). H&E staining results indicated 
that ADSCs are capable of reversing the GA muscle CSA 
(Fig. 1C). Dex is known to affect skeletal muscle through 
activating protein degradation and inhibiting protein syn-
thesis. Thus, we performed the qPCR analysis for genes 
expressed in protein degradation and protein synthesis. 
Results showed that Dex activated genes involved in pro-
tein degradation (Mstn, Atrogin-1 and Murf-1) but had no 
effect on genes responsible for protein synthesis (p70s6k 
and e-IF4G-1) (Fig.  1D). To conclude, these results show 
that ADSCs have the ability in reversing the phenotypes in 
Dex-induced muscle atrophy.

ADSC treatment improves muscle functions 
in Dex‑induced mice
To further understand the beneficial effect of ADSCs 
on skeletal muscle functions, forelimb grip strength and 
ex  vivo muscle functional test were performed. Fore-
limb grip strength and max grip strength were mark-
edly increased in ADSC treatment group as compared 
with Dex-treated mice; similar results were also shown 
in the normalised grip strength (Fig. 2A). Walking dis-
tance is one of the muscle function parameters; our 
treadmill running fatigue test result suggested that total 
running distance can be significantly improved after 

Fig. 1 Assessment of muscle mass after ADSCs treatment in Dex‑induced muscle atrophy mice. A Whole‑body, hindlimb and forelimb composition 
including lean mass and fat mass measured by DXA machine. B Quantification of tibialis anterior (TA), gastrocnemius (GA), quadriceps femoris 
muscle (QA) extensor digitorum longus (EDL) and soleus muscle wet weight. C Quantification of muscle CSA in H&E stained GA muscle. D Analysis 
of muscle atrophy‑related genes (Mstn, Atrogin‑1 and Murf‑1) and protein synthesis‑related genes (p70s6k and e‑IF4g‑1) genes expression in TA 
muscles with ADSCs treatment. n = 6 per group. Quantitative data are presented as mean ± SD. Statistical analysis are performed using one‑way 
ANOVA test, with significance set at P < 0.05 (*P < 0.05, **P < 0.01, ***P < 0.005, #P < 0.001)

(See figure on next page.)
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Fig. 1 (See legend on previous page.)
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ADSC treatment (Fig.  2B). Ex vivo muscle functional 
test showed that ADSC treatment group has a bet-
ter force response to electrical stimulations (Fig.  2C). 
Compared with Dex-induced mice, ADSC-treated mice 
produced ~ 57% more peak tetanic force and ~ 58% 
more twitch force in GA muscle. The half-relaxation 
time (time taken for force to decline from 50 to 25% of 
the peak force) was found ~ 35% longer in Dex-induced 
mice compared with control group, but ADSC treat-
ment group had ~ 31% shorter half-relaxation time 
(Fig.  2D). After receiving continuous stimulation, no 
difference between control mice and Dex-induced 
mice had found (Fig. 2E). However, ADSC-treated mice 
showed significantly improved anti-fatigue ability. Also, 
better recovery rates were observed in ADSC-treated 
mice (Fig.  2F). Taken together, these data suggest that 
ADSCs reverse the loss of muscle functions caused by 

Dex and enhance the resistance to fatigue ability. Skel-
etal muscle fibre type has been known to contribute 
to muscle contraction. Therefore, we next checked the 
fibre type population in each group. The number of oxi-
dative type I muscle fibre significantly increased after 
ADSC treatment; meanwhile, ADSCs also reversed the 
change of type IIA and type IIB/X fibres (Fig. 3A). The 
distribution of CSA of type I muscle fibre also shifted 
towards a larger size compared to DEX group (Fig. 3B). 
As previous studies have mentioned, oxidative type 
I muscle fibres are more fatigue resistant than type II 
muscle fibres. Thus, ADSC increased type I muscle 
fibre number and CSA explain the enhancement in GA 
muscle anti-fatigue ability.

Fig. 2 Effect of ADSCs treatment in improving skeletal muscle functions and regulating muscle fibre types. A Hindlimb grip strength were 
measured at 7 days after ADSCs treatment with or without normalised by whole body weight. n = 6 per group. B Treadmill fatigue were measured 
6 days after ADSCs treatment. n = 3 per group. C–F Ex vivo GA muscle contraction test. n = 5 per group. Peak tetanic fore and twitch fore 
with or without normalised by GA muscle CSA C Half‑relaxation time (D). GA muscle fatigability normalised by prefatigued developed tension (E). 
Contraction force of GA muscle after 5 min and 10 min of fatigue (F). n = 6 per group. Statistical analysis are performed using one‑way ANOVA test, 
with significance set at P < 0.05 (*P < 0.05, **P < 0.01, ***P < 0.005, #P < 0.001)
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Signalling pathways regulated by ADSCs in Dex‑induced 
mice
To determine the roles of ADSCs in improving mus-
cle mass and muscle functions, we performed the 
RNA-Sequencing transcriptomic analysis. There were 
1933, 2778 and 215 differentially expressed genes 
(DEGs) found in DEX vs CON, DEX + ADSC vs DEX 
and DEX + ADSC vs CON, respectively (Fig.  4A). The 
results suggested that DEX + ADSC group is more simi-
lar to the CON group, which has much lower DEGs 
compared with DEX group (Fig.  4B). There are 77.4% 
of the DEGs regulated by DEX could also affected by 
ADSCs (1497 out of the 1933 DEGs) (Fig.  4C). Next, 
we focused on the 2778 DEGs that were regulated by 
ADSCs. For the purpose of acquiring the functional 
classification of these 2778 DEGs, KEGG pathway 
enrichment analysis was performed (Fig.  4D). The 
results showed that PI3K-Akt, mitogen-activated pro-
tein kinases (MAPK), Rap1 and Ras signalling path-
way were found to be listed in the top 20 functional 
enriched KEGG pathways. In skeletal muscle, MAPK 
was known as one of the major regulators in response 
to oxidative, energetic and mechanical stress [32]. Thus, 
we further investigated the role of MAPK in regulating 
skeletal muscle functions by ADSCs.

Effects of MAPK signalling in Dex‑treated C2C12 myotubes
To validate the RNA-seq results, we further used an 
in vitro model to study the necessity of MAPK for ADSC 
treatment. C2C12 myotube treated with high dosage of 
Dex was used as an in  vitro muscle atrophy model [33, 
34]. After treated with ADSC-conditioned medium for 
4  days, myotube morphology and muscle atrophy gene 
expression was significantly reversed (Fig.  5A, B). To 
confirm the necessity of MAPK signalling pathway for 
ADSC treatment, Dex-induced C2C12 myotubes with 
ADSC-conditioned medium were cultured with JNK, p38 
or ERK1/2 inhibitor. After inhibiting ERK1/2 expression, 
the effect of ADSCs on improving myotube morphol-
ogy was suppressed but no significant effect after treated 
with JNK or p38 inhibitor (Fig. 5C). Furthermore, muscle 
atrophy genes, Murf-1 and Atrogin-1, were significantly 
upregulated after inhibition of ERK1/2 compared with 
ADSC-treated group and no significant differences were 
found after treated with JNK or p38 inhibitors (Fig. 5D). 
These in vitro results suggest that ADSCs might improve 
Dex-induced muscle atrophy through ERK1/2 pathway. 
Next, we measured the ERK1/2 protein expression level 
in both muscle tissues and C2C12 myotube samples 
to confirm our hypothesis (Fig.  5E, F,  Fig. S1). Western 
blot results showed that higher levels of phosphorylated 

Fig. 3 Effect of ADSCs treatment in controlling muscle fibre type switching (A‑B) Immunofluorescence staining and quantification for fibre types 
in GA muscle sections. Blue: type I; green: type IIA; red: type IIB; black: type IIX staining (A). Fibre types CSA distribution (B). n = 6 per group. Statistical 
analysis are performed using one‑way ANOVA test, with significance set at P < 0.05 (*P < 0.05, **P < 0.01, ***P < 0.005, #P < 0.001)
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ERK1/2 protein were found in ADSC treatment group in 
both in vivo and in vitro samples. Ultimately, ERK1/2 was 
confirmed as one important pathway for ADSC in rever-
ing Dex-induced muscle atrophy.

Ablation of ERK1/2 in ADSC‑treated Dex‑induced mice 
leads to a decrease anti‑fatigue ability
To illustrate the role of ERK1/2 signalling in ADSC 
treatment, U0126 was used to inhibit the activation of 
ERK1/2 in Dex-induced mice. First, we confirmed that 
ADSCs were not be able to activate ERK1/2 expression 
after U0126 injection. Muscle wet weight of GA and QA 
were partially decreased (Fig. 6A). Forelimb grip strength 
was reduced after ERK1/2 inhibition (Fig.  6B). How-
ever, ex vivo muscle functional test showed that ERK1/2 

inhibition barely affected the contraction of GA muscle 
(Fig. 6C). After continued stimulation, GA muscle from 
ERK1/2 inhibitor mice became fatigued faster and had 
slower recovery (Fig.  6D). As described above, fatigue 
resistant ability is highly controlled by oxidative type I 
muscle fibre. As expected, the number of type I muscle 
fibre decreased after ERK1/2 inhibition (Fig.  6E). Dis-
tribution of fibre CSA showed that U0126 shifted type 
I muscle fibre into a smaller size but not type II muscle 
fibres (Fig. 6F). In conclusion, U0126 can partially inhibit 
the effects of ADSC especially on improving the anti-
fatigue ability and increasing type I muscle fibres.

Fig. 4 RNA sequencing of GA muscle from control, Dex‑induced muscle atrophy mice and ADSCs‑treated mice. A Differentially expressed 
genes (DEGs) between DEX vs CON, DEX + ADSC vs DEX and DEX + ADSC vs CON. B Heatmap of DEGs in different samples. C Venn diagram 
of the overlapped DEGs between DEX vs CON and DEX + ADSC. D Top 20 functionally enriched KEGG pathway analysis of differentially expressed 
genes (DEGs) found in DEX + ADSC vs DEX
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Discussion
In this study, we reported that ADSCs could alleviate 
muscle wasting induced by Dex, especially the func-
tion of skeletal muscles. Hindlimb and forelimb muscle 
functions were enhanced by ADSC treatment, as dem-
onstrated by the grip strength test and ex  vivo muscle 
functional test. In the ex  vivo muscle functional test, 

ADSC treatment improved the twitch force and tetanic 
force, which indicated better contraction response to 
force stimulation and showed better anti-fatigue ability. 
This correlation between anti-fatigue and muscle fibre 
types correspond with the results shown in previous 
study [35]. As Type I fibres show more fatigue-resistance 
compared with fast-twitch fibres, the increase in size and 

Fig. 5 Inhibition of MAPK signalling pathway in Dex‑induced muscle atrophy C2C12 cells. A A schematic diagram for in vitro cell experiment. (B‑C) 
The establishment of Dex‑induced C2C12 cells as a muscle atrophy in vitro model. n = 4 per group. B Immunofluorescence staining for myosin 
heavy chain and the quantification for myotube fusion index. C Real‑time PCR analysis of muscle atrophy genes. D The myosin heavy chain staining 
and fusion index calculation of ADSCs‑treated atrophy C2C12 cells with MAPK inhibitors (JNK, p38 and ERK1/2). n = 3 per group. E Real‑time PCR 
analysis of muscle atrophy genes for samples treated with inhibitors. n = 6 per group. F, G ERK1/2 protein expression for in vitro (F) and in vivo (G) 
samples. Quantitative data are presented as mean ± SD. Statistical analysis are performed using one‑way ANOVA test (A‑B, D) and unpaired t‑test (C), 
with significance set at P < 0.05 (*P < 0.05, **P < 0.01, ***P < 0.005, #P < 0.001)

(See figure on next page.)
Fig. 6 The effect of ERK1/2 inhibition on muscle quality in ADSCs‑treated muscle atrophy mice. A Quantification of muscle wet weight of TA, EDL, 
GA, Soleus and QA muscle wet weight. B Hindlimb grip strength and normalised by whole body weight grip strength. C Ex vivo GA muscle tetanic 
and twitch fore with or without normalised by GA muscle CSA. D GA muscle fatigability and recovery rate measured by the contraction force of GA 
muscle after 5 min and 10 min of fatigue. E Immunofluorescence staining and quantification of fibre types in GA muscle. F Distribution of CSA of GA 
fibre. n = 6 per group. Statistical analysis are performed using t‑test, with significance set at P < 0.05 (*P < 0.05, **P < 0.01, ***P < 0.005, #P < 0.001)
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Fig. 6 (See legend on previous page.)



Page 11 of 13Wang et al. Stem Cell Research & Therapy          (2023) 14:195  

number of type I fibres in GA muscle after ADSC treat-
ment in this study explained the improvement of anti-
fatigue ability and recovery rate.

In addition to better anti-fatigue ability, transplanta-
tion of human MSC has been found to induce muscle 
regeneration in animals with muscle atrophy and reduce 
the expressions of muscle atrophy-associated genes such 
as Atrogin-1 and Murf-1 [36]. Likewise, our results sug-
gested that muscle mass and functions were significantly 
improved after ADSC transplantation in mice with Dex-
induced muscle atrophy. Besides, findings of in vivo and 
in  vitro experiments suggested that the expression of 
Atrogin-1 and Murf-1 was inhibited upon ADSC treat-
ment, indicating that ADSC administration can rescue 
muscle atrophy by regulating the expression of muscle 
atrophy-associated genes. Both Atrogin-1 and Murf-1 
are known to be regulated by the phosphoinositide-3-ki-
nase (PI3K)/Akt signalling pathway [37], which is one of 
the main signalling pathways involved in Dex-induced 
muscle atrophy [33, 34]. PI3K/Akt pathway, activated by 
insulin and IGF1, regulates protein synthesis and degra-
dation, cellular proliferation and survival. Akt inhibits 
the FoxO3a transcription factor, which is responsible for 
protein degradation. FoxO3a contributes to the loss of 
skeletal muscle protein regulated in lysosomal and pro-
teasomal pathways [38–40]. In  vivo studies have shown 
that the phosphorylated level of PI3K/Akt pathway was 
significantly decreased in Dex-induced muscle atrophy, 
whereas FoxO3a expression was increased, and E3 ubiq-
uitin ligases were activated [41, 42].

In the present study, gene expression analysis of ADSC 
treatment in Dex-induced muscle atrophy mouse model 
identified significant increase in activity of MAPKs, 
including JNK, ERK1/2 and p38. While the effect of JNK 
and p38 on various skeletal muscle-associated processes, 
including proliferation, differentiation and response to 
contraction and stretch were well documented [43], the 
effect of ERK1/2 adds a new perspective for understand-
ing the underlying mechanism of its beneficial effect on 
skeletal muscle qualities. There are few studies suggest-
ing the function of ERK1/2 in regulating skeletal mus-
cle mass and function [44, 45]. However, the correlation 
between ADSCs and ERK1/2 still unknown. In this study, 
we linked the function of ADSCs, ERK1/2 signalling 
pathway and muscle qualities together. Our findings cor-
relate to recent study showing similar results that ERK1/2 
signalling pathway has a positive effect on muscle mass 
and functions in muscle atrophy animal and cell models 
[44]. We also found that the activation of ERK1/2 signal-
ling pathway by ADSCs is associated with higher number 
of type I muscle fibres, which improved the anti-fatigue 

ability of GA muscle, which is consistent with previous 
study showing that ERK1/2 regulate fast to slow muscle 
fibre type switching [45]. This is the first study show-
ing the ability of ADSCs in regulating ERK1/2 signalling 
pathway and further controlling the muscle fibre type 
switching.

Cell-free-based therapy has drawn interest for its 
advantages in overcoming the drawback of cell-based 
therapy [46]. Recent study on cell-free-based therapy 
has shown that skeletal muscle regeneration is pro-
moted ADSC-derived secretome [47], which is a cocktail 
of multiple factors and extracellular vesicles, including 
small exosomes and large microvesicles [48]. Hence, we 
investigated the effect of ADSC-derived exosome on 
Dex-induced in vitro sarcopenia model. However, no sig-
nificant beneficial effects were found. Moreover, similar 
results as ADSCs were found after inhibition of ADSC 
to release exosome. Thus, ADSCs might exert their func-
tions in Dex-induced muscle atrophy model through 
other secretome rather than exosome. According to pre-
vious studies, stromal-cell-derived factor 4 (SDF4) found 
in human ADSC secretome could activate ERK1/2 signal-
ling pathway through the interaction with CXCR4 [49–
51]. Besides, studies suggested that MSC secretomes, 
SDF4, FGF19, could also activate ERK1/2 signalling 
pathway and are key factors for regulating skeletal mus-
cle mass and functions [52]. These findings support the 
development of cell-free-based therapy. However, further 
studies are required to fully understand the mechanism 
of ADSC secretome on muscle recovery and regenera-
tion. For future translational research, it is important 
to note that Dex is often used for patients with inflam-
matory conditions and other clinical problems, which 
may present confounding effect of pre-existing medical 
conditions.

Conclusion
This study provided evidence that ERK1/2 signalling 
pathway participated in systemic administration of 
ADSCs for Dex-induced muscle atrophied mice, which 
alleviate muscle wasting including with increased num-
ber of type I fibre, stronger muscle strength, faster recov-
ery rate and more anti-fatigue ability, which can further 
support the development of pharmaceutical intervention 
for muscle atrophy. However, there are other mecha-
nisms that may contribute to these effects which cannot 
be excluded. Therefore, further studies are required to 
confirm the specificity and elucidate the exact mecha-
nism of action of this pathway, in order to provide more 
conclusive evidence.



Page 12 of 13Wang et al. Stem Cell Research & Therapy          (2023) 14:195 

Abbreviations
ADSCs   Adipose‑derived mesenchymal stem cells
Atrogin‑1/MAFbx  Muscle atrophy F‑box
CSA   Cross‑sectional area
DEGs   Differentially expressed genes
Dex   Dexamethasone
DXA   Dual‑energy X‑ray absorptiometry
EDL   Extensor digitorum longus
e‑IF4G‑1   Eukaryotic translation initiation factor 4 gamma 1
Foxo3a   Forkhead box O3
GA   Gastrocnemius
H&E   Hematoxylin and eosin
KEGG   Kyoto encyclopedia of genes and genomes
MAPK   Mitogen‑activated protein kinases
MSCs   Mesenchymal stem cells
Mstn   Myostatin
MuRF‑1   Muscle RING finger 1
p70s6k   Ribosomal protein S6 kinase beta‑1
QA   Quadriceps femoris
TA   Tibialis anterior

Supplementary Information
The online version contains supplementary material available at https:// doi. 
org/ 10. 1186/ s13287‑ 023‑ 03418‑0.

Additional file 1. Figure S1. Original blot of ERK1/2 protein expression 
for in vitro muscle and in vivo cell samples.

Acknowledgements
Not applicable.

Author contributions
BYHW performed in vivo and in vitro experiments and data analysis. AWTH 
performed in vivo experiments. HTS and NW provided feedback of manu‑
script. AYFW provided feedback of RNA‑sequencing analysis. WYWL, OKSL and 
CWL designed and supervised the study. All authors read and approved the 
final manuscript.

Funding
This research was financially supported by General Research Fund (Ref. Nos. 
14104620) and Research Matching Grant Scheme, University Grants Commit‑
tee; Start‑up grant from Chinese University of Hong Kong (Ref. Nos. 4930991 
and 4930992); Area of Excellence (Ref. No. AoE/M‑402/20), University Grants 
Committee; Center for Neuromusculoskeletal Restorative Medicine (Ref. No. 
CT1.1), Health@InnoHK program, Innovation Technology Commission, Hong 
Kong SAR, China; 2020 Rising Star Award from American Society for Bone and 
Mineral Research; National Science and Technology Council, Taiwan (Refer‑
ence no. 111–2320‑B‑039–070‑MY3). These funding bodies played no role in 
the design of the study and collection, analysis and interpretation of data and 
in writing the manuscript.

Availability of data and materials
The RNA‑sequencing data sets generated and/or analysed during the current 
study are available in The Sequence Read Archive (SRA) NCBI, PRJNA953181 
(https:// www. ncbi. nlm. nih. gov/ sra/ PRJNA 953181).

Ethics approval and consent to participate
The approved animal ethic by the Animal Experimentation Ethics Committee 
(AEEC) of The Chinese University of Hong Kong (Title: Therapeutic applications 
of exosomes from mesenchymal stem cells for sarcopenia; No.18/256/MIS‑5‑B; 
Date of approval: 10th, April, 2019) is proved in the Ethics approval session 
in the manuscript. All animal research followed the International Guiding 
Principles for Biomedical Research Involving Animals, ARRIVE guideline and 
The Hong Kong Code of Practice for Care and Use of Animals for Experimental 
Purposes.

Consent for publication
Not applicable.

Competing interests
Oscar Kuang‑Sheng Lee is a member of the editorial board of Stem Cell 
Research & Therapy, and he was not involved in the peer review, or decision‑
making of this article. All other authors declare that they have no competing 
interest.

Author details
1 Center for Neuromusculoskeletal Restorative Medicine, CUHK InnoHK 
Centres, Hong Kong Science Park, Hong Kong. 2 Musculoskeletal Research 
Laboratory, SH Ho Scoliosis Research Laboratory, Department of Orthopae‑
dics and Traumatology, Faculty of Medicine, The Chinese University of Hong 
Kong, Shatin, Hong Kong. 3 Center for Translational Genomics and Regenera‑
tive Medicine Research, China Medical University Hospital, China Medical 
University, Taichung 404327, Taiwan. 4 Department of Biomedical Engineering, 
China Medical University, Taichung 404327, Taiwan. 5 Institute of Clinical Medi‑
cine, National Yang Ming Chiao Tung University, Taipei, Taiwan. 6 Department 
of Orthopedics, China Medical University Hospital, Taichung 404327, Taiwan. 
7 Li Ka Shing Institute of Health Sciences, The Chinese University of Hong Kong, 
Prince of Wales Hospital, Shatin, Hong Kong. 8 Joint Scoliosis Research Centre 
of the Chinese University of Hong Kong and Nanjing University, The Chinese 
University of Hong Kong, Shatin, Hong Kong. 9 Key Laboratory for Regenera‑
tive Medicine, Ministry of Education, School of Biomedical Sciences, Faculty 
of Medicine, The Chinese University of Hong Kong, Shatin, Hong Kong. 

Received: 13 February 2023   Accepted: 17 July 2023

References
 1. Dardevet D, Sornet C, Taillandier D, Savary I, Attaix D, Grizard J. Sensitivity 

and protein turnover response to glucocorticoids are different in skeletal 
muscle from adult and old rats. Lack of regulation of the ubiquitin‑pro‑
teasome proteolytic pathway in aging. J Clin Investig. 1995;96:2113–9.

 2. Vogel F, Braun LT, Rubinstein G, Zopp S, Künzel H, Strasding F, et al. Persist‑
ing muscle dysfunction in Cushing’s syndrome despite biochemical 
remission. J Clin Endocrinol Metab. 2020;105:e4490–8.

 3. Pleasure DE, Walsh GO, Engel WK. Atrophy of skeletal muscle in patients 
with Cushing’s syndrome. Arch Neurol. 1970;22:118–25. https:// doi. org/ 
10. 1001/ archn eur. 1970. 00480 20002 4002.

 4. Fardet L, Petersen I, Nazareth I. Prevalence of long‑term oral glucocor‑
ticoid prescriptions in the UK over the past 20 years. Rheumatology. 
2011;50:1982–90.

 5. Gupta P, Bhatia V. Corticosteroid physiology and principles of therapy. 
Indian J Pediat. 2008;75:1039–44.

 6. Rathbun KM, Nguyen M, Singhal M. Addisonian Crisis. In: StatPearls Pub‑
lishing; 2021.

 7. Camozzi V, Betterle C, Frigo AC, Zaccariotto V, Zaninotto M, De Caneva E, 
et al. Vertebral fractures assessed with dual‑energy X‑ray absorptiometry 
in patients with Addison’s disease on glucocorticoid and mineralocorti‑
coid replacement therapy. Endocrine. 2018;59:319–29.

 8. Bloemberg D, Quadrilatero J. Rapid determination of myosin heavy chain 
expression in rat, mouse, and human skeletal muscle using multicolor 
immunofluorescence analysis. PLoS ONE. 2012;7: e35273.

 9. Dekhuijzen PN, Gayan‑Ramirez G, Bisschop A, De Bock V, Dom R, 
Decramer M. Corticosteroid treatment and nutritional deprivation 
cause a different pattern of atrophy in rat diaphragm. J Appl Physiol. 
1985;1995(78):629–37. https:// doi. org/ 10. 1152/ jappl. 1995. 78.2. 629.

 10. Shin YS, Fink H, Khiroya R, Ibebunjo C, Martyn J. Prednisolone‑induced 
muscle dysfunction is caused more by atrophy than by altered acetylcho‑
line receptor expression. Anesth Analg. 2000;91:322–8. https:// doi. org/ 10. 
1097/ 00000 539‑ 20000 8000‑ 00017.

 11. Schakman O, Gilson H, Thissen JP. Mechanisms of glucocorticoid‑
induced myopathy. J Endocrinol. 2008;197:1–10. https:// doi. org/ 10. 1677/ 
JOE‑ 07‑ 0606.

 12. Gueugneau M, d’Hose D, Barbe C, de Barsy M, Lause P, Maiter D, et al. 
Increased Serpina3n release into circulation during glucocorticoid‑
mediated muscle atrophy. J Cachexia Sarcopenia Muscle. 2018;9:929–46. 
https:// doi. org/ 10. 1002/ jcsm. 12315.

 13. Sato AY, Richardson D, Cregor M, Davis HM, Au ED, McAndrews 
K, et al. Glucocorticoids induce bone and muscle atrophy by 

https://doi.org/10.1186/s13287-023-03418-0
https://doi.org/10.1186/s13287-023-03418-0
https://www.ncbi.nlm.nih.gov/sra/PRJNA953181
https://doi.org/10.1001/archneur.1970.00480200024002
https://doi.org/10.1001/archneur.1970.00480200024002
https://doi.org/10.1152/jappl.1995.78.2.629
https://doi.org/10.1097/00000539-200008000-00017
https://doi.org/10.1097/00000539-200008000-00017
https://doi.org/10.1677/JOE-07-0606
https://doi.org/10.1677/JOE-07-0606
https://doi.org/10.1002/jcsm.12315


Page 13 of 13Wang et al. Stem Cell Research & Therapy          (2023) 14:195  

tissue‑specific mechanisms upstream of E3 ubiquitin ligases. Endocrinol‑
ogy. 2017;158:664–77. https:// doi. org/ 10. 1210/ en. 2016‑ 1779.

 14. Naji A, Eitoku M, Favier B, Deschaseaux F, Rouas‑Freiss N, Suganuma N. 
Biological functions of mesenchymal stem cells and clinical implications. 
Cell Mol Life Sci. 2019;76:3323–48.

 15. Rodríguez‑Fuentes DE, Fernández‑Garza LE, Samia‑Meza JA, Barrera‑Bar‑
rera SA, Caplan AI, Barrera‑Saldaña HA. Mesenchymal stem cells current 
clinical applications: a systematic review. Arch Med Res. 2021;52:93–101.

 16. Gorecka A, Salemi S, Haralampieva D, Moalli F, Stroka D, Candinas D, et al. 
Autologous transplantation of adipose‑derived stem cells improves 
functional recovery of skeletal muscle without direct participation in new 
myofiber formation. Stem Cell Res Ther. 2018;9:1–12.

 17. Vieira NM, Bueno CR Jr, Brandalise V, Moraes LV, Zucconi E, Secco M, et al. 
SJL dystrophic mice express a significant amount of human muscle 
proteins following systemic delivery of human adipose‑derived stromal 
cells without immunosuppression. Stem cells. 2008;26:2391–8.

 18. Vieira N, Valadares M, Zucconi E, Secco M, Junior CB, Brandalise V, et al. 
Human adipose‑derived mesenchymal stromal cells injected systemically 
into GRMD dogs without immunosuppression are able to reach the host 
muscle and express human dystrophin. Cell Transplant. 2012;21:1407–17.

 19. Seto JT, Roeszler KN, Meehan LR, Wood HD, Tiong C, Bek L, et al. ACTN3 
genotype influences skeletal muscle mass regulation and response to 
dexamethasone. Sci Adv. 2021;7:eabg0088.

 20. Lee C‑W, Chen Y‑F, Hsiao AW‑T, Wang AY‑F, Shen OY‑J, Wang BY‑H, et al. 
Demystifying the long noncoding RNA landscape of small EVs derived 
from human mesenchymal stromal cells. J Adv Res. 2022; 39:73–88.

 21. Marampon F, Gravina GL, Di Rocco A, Bonfili P, Di Staso M, Fardella C, et al. 
MEK/ERK inhibitor U0126 increases the radiosensitivity of rhabdomyosar‑
coma cells in vitro and in vivo by downregulating growth and DNA repair 
signals. Mol Cancer Ther. 2011;10:159–68.

 22. Marampon F, Bossi G, Ciccarelli C, Di Rocco A, Sacchi A, Pestell RG, et al. 
MEK/ERK inhibitor U0126 affects in vitro and in vivo growth of embryonal 
rhabdomyosarcoma. Mol Cancer Ther. 2009;8:543–51.

 23. Pan B, Zhong P, Sun D, Liu Q‑s. Extracellular signal‑regulated kinase signal‑
ing in the ventral tegmental area mediates cocaine‑induced synaptic 
plasticity and rewarding effects. J Neurosci. 2011;31:11244–55.

 24. Duan W, Chan JH, Wong CH, Leung BP, Wong WF. Anti‑inflammatory 
effects of mitogen‑activated protein kinase kinase inhibitor U0126 in an 
asthma mouse model. J Immunol. 2004;172:7053–9.

 25. Miyatake S, Bilan PJ, Pillon NJ, Klip A. Contracting C2C12 myotubes release 
CCL2 in an NF‑κB‑dependent manner to induce monocyte chemoattrac‑
tion. Am J Physiol Endocrinol Metab. 2016;310:E160–70.

 26. Clavel S, Siffroi‑Fernandez S, Coldefy AS, Boulukos K, Pisani DF, Dérijard B. 
Regulation of the intracellular localization of Foxo3a by stress‑activated 
protein kinase signaling pathways in skeletal muscle cells. Mol Cell Biol. 
2010;30:470–80.

 27. Chatzifrangkeskou M, Le Dour C, Wu W, Morrow JP, Joseph LC, Beuvin M, 
et al. ERK1/2 directly acts on CTGF/CCN2 expression to mediate myo‑
cardial fibrosis in cardiomyopathy caused by mutations in the lamin A/C 
gene. Hum Mol Genet. 2016;25:2220–33.

 28. Bhanu NV, Sidoli S, Yuan Z‑F, Molden RC, Garcia BA. Regulation of proline‑
directed kinases and the trans‑histone code H3K9me3/H4K20me3 during 
human myogenesis. J Biol Chem. 2019;294:8296–308.

 29. Cabane C, Englaro W, Yeow K, Ragno M, Dérijard B. Regulation of C2C12 
myogenic terminal differentiation by MKK3/p38α pathway. Am J Physiol 
Cell Physiol. 2003;284:C658–66.

 30. Xie S‑J, Li J‑H, Chen H‑F, Tan Y‑Y, Liu S‑R, Zhang Y, et al. Inhibition of 
the JNK/MAPK signaling pathway by myogenesis‑associated miR‑
NAs is required for skeletal muscle development. Cell Death Differ. 
2018;25:1581–97.

 31. Dougherty JP, Springer DA, Gershengorn MC. The treadmill fatigue test: 
a simple, high‑throughput assay of fatigue‑like behavior for the mouse. 
JoVE. 2016;e54052.

 32. Kramer HF, Goodyear LJ. Exercise, MAPK, and NF‑κB signaling in skeletal 
muscle. J Appl Physiol. 2007;103:388–95.

 33. Geng H, Song Q, Cheng Y, Li H, Yang R, Liu S, et al. MicroRNA 322 Aggra‑
vates Dexamethasone‑Induced Muscle Atrophy by Targeting IGF1R and 
INSR. Int J Mol Sci. 2020;21:1111.

 34. Lee MK, Kim YM, Kim IH, Choi YH, Nam TJ. Pyropia yezoensis peptide 
PYP1‑5 protects against dexamethasone‑induced muscle atrophy 

through the downregulation of atrogin1/MAFbx and MuRF1 in mouse 
C2C12 myotubes. Mol Med Rep. 2017;15:3507–14.

 35. Plotkin DL, Roberts MD, Haun CT, Schoenfeld BJ. Muscle fiber type transi‑
tions with exercise training: Shifting perspectives. Sports. 2021;9:127.

 36. Kim M, Kim Y, Kim Z, Heo S, Kim S, Hwang J, et al. Mesenchymal stem cells 
suppress muscle atrophy induced by hindlimb suspension. J Stem Cell 
Res Ther. 2015;5:1–10.

 37. Nishimura Y, Chunthorng‑Orn J, Lord S, Musa I, Dawson P, Holm L, et al. 
Ubiquitin E3 ligase Atrogin‑1 protein is regulated via the rapamycin‑sen‑
sitive mTOR‑S6K1 signaling pathway in C2C12 muscle cells. Am J Physiol 
Cell Physiol. 2022;323:C215–25.

 38. Greer EL, Brunet A. FOXO transcription factors at the interface between 
longevity and tumor suppression. Oncogene. 2005;24:7410–25.

 39. Milan G, Romanello V, Pescatore F, Armani A, Paik J‑H, Frasson L, et al. 
Regulation of autophagy and the ubiquitin–proteasome system by the 
FoxO transcriptional network during muscle atrophy. Nat Commun. 
2015;6:1–14.

 40. Zhao J, Brault JJ, Schild A, Cao P, Sandri M, Schiaffino S, et al. FoxO3 
coordinately activates protein degradation by the autophagic/lysoso‑
mal and proteasomal pathways in atrophying muscle cells. Cell Metab. 
2007;6:472–83.

 41. Kaiser G, Gerst F, Michael D, Berchtold S, Friedrich B, Strutz‑Seebohm N, 
et al. Regulation of forkhead box O1 (FOXO1) by protein kinase B and 
glucocorticoids: different mechanisms of induction of beta cell death 
in vitro. Diabetologia. 2013;56:1587–95.

 42. Cid‑Díaz T, Leal‑López S, Fernández‑Barreiro F, González‑Sánchez J, 
Santos‑Zas I, Andrade‑Bulos LJ, et al. Obestatin signalling counteracts 
glucocorticoid‑induced skeletal muscle atrophy via NEDD4/KLF15 axis. J 
Cachexia Sarcopenia Muscle. 2021;12:493–505.

 43. Martineau LC, Gardiner PF. Insight into skeletal muscle mechanotrans‑
duction: MAPK activation is quantitatively related to tension. J Appl 
Physiol. 2001;91:693–702.

 44. Qiu Y, Yu J, Ji X, Yu H, Xue M, Zhang F, et al. Ileal FXR‑FGF15/19 signaling 
activation improves skeletal muscle loss in aged mice. Mech Ageing Dev. 
2022;111630.

 45. Boyer JG, Prasad V, Song T, Lee D, Fu X, Grimes KM, et al. ERK1/2 signaling 
induces skeletal muscle slow fiber‑type switching and reduces muscular 
dystrophy disease severity. JCI insight. 2019;4:

 46. Musiał‑Wysocka A, Kot M, Majka M. The pros and cons of mesenchymal 
stem cell‑based therapies. Cell Transplant. 2019;28:801–12.

 47. Mitchell R, Mellows B, Sheard J, Antonioli M, Kretz O, Chambers D, et al. 
Secretome of adipose‑derived mesenchymal stem cells promotes 
skeletal muscle regeneration through synergistic action of extracellular 
vesicle cargo and soluble proteins. Stem Cell Res Ther. 2019;10:1–19.

 48. Théry C, Witwer KW, Aikawa E, Alcaraz MJ, Anderson JD, Andriantsito‑
haina R, et al. Minimal information for studies of extracellular vesicles 
2018 (MISEV2018): a position statement of the International Society for 
Extracellular Vesicles and update of the MISEV2014 guidelines. J Extracell 
Vesicles. 2018;7:1535750.

 49. Chi J‑Y, Hsiao Y‑W, Liu H‑L, Fan X‑J, Wan X‑B, Liu T‑L, et al. Fibroblast 
CEBPD/SDF4 axis in response to chemotherapy‑induced angiogenesis 
through CXCR4. Cell Death Discov. 2021;7:1–16.

 50. Lorenzon‑Ojea AR, Yung HW, Burton GJ, Bevilacqua E. The potential con‑
tribution of stromal cell‑derived factor 2 (SDF2) in endoplasmic reticulum 
stress response in severe preeclampsia and labor‑onset. Biochimica et 
Biophysica Acta (BBA) Mol Basis Disease. 2020;1866:165386.

 51. Amodeo G, Niada S, Moschetti G, Franchi S, Savadori P, Brini AT, et al. 
Secretome of human adipose‑derived mesenchymal stem cell relieves 
pain and neuroinflammation independently of the route of administra‑
tion in experimental osteoarthritis. Brain Behav Immun. 2021;94:29–40.

 52. Palamà MEF, Shaw GM, Carluccio S, Reverberi D, Sercia L, Persano L, et al. 
The secretome derived from mesenchymal stromal cells cultured in a 
xeno‑free medium promotes human cartilage recovery in vitro. Front 
Bioeng Biotechnol. 2020;8:90.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.

https://doi.org/10.1210/en.2016-1779

	Mesenchymal stem cells alleviate dexamethasone-induced muscle atrophy in mice and the involvement of ERK12 signalling pathway
	Abstract 
	Background 
	Methods 
	Results 
	Conclusions 

	Background
	Methods
	Dex-induced muscle atrophy animal model
	In vivo treatments, ADSC transplantation and ERK12 inhibitor injection
	C2C12 cell culture and treatments
	Body composition
	Muscle functional tests
	Histochemical and immunofluorescence staining
	Western blot
	RNA extraction and qPCR
	Bulk RNA-sequencing
	Statistical analysis

	Results
	ADSC treatment improve muscle mass and muscle atrophy-associated gene and protein expression
	ADSC treatment improves muscle functions in Dex-induced mice
	Signalling pathways regulated by ADSCs in Dex-induced mice
	Effects of MAPK signalling in Dex-treated C2C12 myotubes
	Ablation of ERK12 in ADSC-treated Dex-induced mice leads to a decrease anti-fatigue ability

	Discussion
	Conclusion
	Anchor 27
	Acknowledgements
	References


