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Decrease of myofiber branching via
muscle-specific expression of the olfactory
receptor mOR23 in dystrophic muscle leads
to protection against mechanical stress
Christophe Pichavant1,3, Thomas J. Burkholder2 and Grace K. Pavlath1,4*

Abstract

Background: Abnormal branched myofibers within skeletal muscles are commonly found in diverse animal models
of muscular dystrophy as well as in patients. Branched myofibers from dystrophic mice are more susceptible to
break than unbranched myofibers suggesting that muscles containing a high percentage of these myofibers are
more prone to injury. Previous studies showed ubiquitous over-expression of mouse olfactory receptor 23 (mOR23),
a G protein-coupled receptor, in wild type mice decreased myofiber branching. Whether mOR23 over-expression
specifically in skeletal muscle cells is sufficient to mitigate myofiber branching in dystrophic muscle is unknown.

Methods: We created a novel transgenic mouse over-expressing mOR23 specifically in muscle cells and then bred
with dystrophic (mdx) mice. Myofiber branching was analyzed in these two transgenic mice and membrane
integrity was assessed by Evans blue dye fluorescence.

Results: mOR23 over-expression in muscle led to a decrease of myofiber branching after muscle regeneration in
non-dystrophic mouse muscles and reduced the severity of myofiber branching in mdx mouse muscles. Muscles
from mdx mouse over-expressing mOR23 significantly exhibited less damage to eccentric contractions than control
mdx muscles.

Conclusions: The decrease of myofiber branching in mdx mouse muscles over-expressing mOR23 reduced the
amount of membrane damage induced by mechanical stress. These results suggest that modifying myofiber
branching in dystrophic patients, while not preventing degeneration, could be beneficial for mitigating some of
the effects of the disease process.
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Background
Duchenne muscular dystrophy (DMD) is an X-linked
disease due to the absence of dystrophin in muscle [1]
that affects about one in every 3500 boys [2]. The lack of
dystrophin in DMD patients leads to progressive muscle
degeneration and weakness resulting in death from heart
or respiratory failure during the third decade of life.
There is currently no curative treatment for this disease.
One characteristic of dystrophic muscle is the presence

of myofibers with an abnormal branching cytoarchitecture
[3, 4]. These aberrant myofibers called branched myofibers
or split myofibers contain one or more offshoots of daugh-
ter myotubes contiguous with the parent myofiber.
Myofiber branching negatively impacts dystrophic mus-

cles as demonstrated using extensor digitorum longus
(EDL) muscles from dystrophin-deficient mdx mice. Un-
branched and branched myofibers isolated from mdx EDL
muscles were subjected to Ca2+-force activation. Branched
myofibers broke before reaching maximal calcium activa-
tion, whereas unbranched myofibers were able to sustain
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maximal force without any break [5]. When EDL muscles
from mdx mice were eccentrically contracted (EC), then
incubated in Evans blue dye (EBD), approximately 70 % of
the isolated branched myofibers showed EBD uptake at
branch points indicating membrane damage, while no dye
was observed in unbranched myofibers [5]. Following Ca2
+ osmotic stress, branched myofibers from mdx muscles
also exhibited a higher number of osmotic-induced Ca2+

sparks than unbranched myofibers [6]. Together, these
data indicate that myofiber branching impairs multiple
aspects of muscle physiology in dystrophic muscles.
This leads to the question of how to reduce myofiber
branching in dystrophic muscles in order to improve
muscle physiology.
We recently identified mouse olfactory receptor 23

(mOR23, olfr16) as a molecule regulating myofiber
branching in mouse muscles [7]. Olfactory receptors
(OR) are G protein-coupled receptors mainly found in
neurons of the olfactory epithelium where they have
been extensively studied, but they are also expressed
in non-olfactory tissues such as the brain, tongue,
testis, spleen, prostate, kidney, and smooth and skeletal
muscle [8, 9]. OR serve as specialized chemosensors and
are activated by exogenous ligands known as odorants in
olfactory neurons or by endogenous ligands in non-
olfactory tissues. Endogenous OR ligands have only been
identified in non-olfactory tissues for olfr78 in the carotid
body, kidney, peripheral vasculature, and prostate [9–11].
Mouse muscles electroporated with a plasmid expressing
mOR23 under the control of a ubiquitous promoter con-
tained fewer branched myofibers and fewer branches per
myofiber [7]. In the skeletal muscle, several types of cells
are important for muscle regeneration such as neutrophils
[12], macrophages [13], and fibroblasts [14] in addition to
muscle stem cells [15]. Since mOR23 was ubiquitously
over-expressed, whether mOR23 was required specifically
in muscle cells to regulate myofiber branching could not
be addressed in these experiments. To directly address the
role of mOR23 in muscle cells during myofiber branching,
we created a novel transgenic mouse over-expressing
mOR23 under the control of a specific muscle promoter
[16]. In-depth quantitative analyses of myofiber branching
in these transgenic mice demonstrated that myofiber
branching was reduced after chemically induced muscle
injury. Subsequently, these mice were bred with mdx mice
to determine whether muscle-specific over-expression
of mOR23 was also beneficial in the context of repeated
cycles of muscle degeneration/regeneration. We observed
decreased myofiber branching in mdx mice over-
expressing mOR23 resulting in less membrane damage
of the dystrophic muscles after mechanical stress. To-
gether, these results indicate that expression of mOR23
specifically in skeletal muscle is sufficient to decrease the
incidence of myofiber branching after muscle injury.

Methods
Mice
Wild type (C57BL/6) and mdx (C57BL/10) mice were
purchased from The Jackson Laboratory (Bar Harbor, ME,
USA). To create mOR23 transgenic mice, the mOR23 gene
was excised from pME-18S [17] using XbaI and BamHI re-
striction enzymes and ligated into pBSX-HSAvpA [18] pre-
viously cut with NotI and XbaI restriction enzymes. The
resulting plasmid was named pHSA.mOR23 and cut using
PvuI and KpnI restriction enzymes. The subsequent frag-
ment was used by the Emory Transgenic Core to produce
two independent lines of mOR23 transgenic mice, TG1 and
TG2. TG1 was bred with mdx mice to create transgenic
mdx mice over-expressing mOR23 (Tg-mdx). Female and
male mice were used in all experiments at 8–12 weeks of
age unless described otherwise. Experiments involving
animals were performed in accordance with approved
guidelines and ethical approval from Emory University’s
and Georgia Institute of Technology’s Institutional Animal
Care and Use Committees.

Quantitative real-time PCR
Total RNA from gastrocnemius muscles was isolated
using TRIzol reagent (Invitrogen, Carlsbad, CA, USA)
according to the manufacturer’s protocol. For each sample,
500 ng of RNA was digested with DNAseI (Invitrogen) to
remove any DNA contaminants and cDNA synthesis was
performed by M-MLV reverse-transcriptase (Invitrogen).
Using a real-time (RT) PCR system (StepOnePlus, Applied
Biosystem, Foster City, CA, USA), the relative levels of
mOR23 were determined by the ΔΔCt method [19] and
normalized to the housekeeping gene HPRT1. Primers were
purchased from SA Biosciences (Valencia, CA, USA)
(mOR23: PPM60724B, HPRT1: PPM03559E). All reactions
were performed in duplicate.

Muscle injury
BaCl2
Mice were anesthetized with an intraperitoneal injection
of a solution containing 80 mg/kg ketamine HCl/5 mg/kg
xylazine and subcutaneously injected with an analgesic
(0.1 mg/kg buprenorphine) before and after muscle injury.
Injury was induced in gastrocnemius muscles of anesthe-
tized mice by injection of 40 μl of 1.2 % BaCl2 [20]. Mus-
cles were collected 2–3 weeks after the injury and either
snap frozen in liquid nitrogen or enzymatically digested
for isolation of single myofibers.

Eccentric contraction
The day before the eccentric contraction protocol, mice
were intraperitoneally injected with EBD (Sigma-Aldrich)
(100 μL of 1 % EBD in PBS per 10-g body weight). The fol-
lowing day, mice were anesthetized by intraperitoneal injec-
tion of a ketamine/xylazine cocktail (90 mg/kg ketamine,
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15 mg/ml xylazine), with supplemental doses as necessary.
The left plantaris and soleus muscles were ablated and a 4-
0 suture tied around the Achilles tendon at the calcaneus.
The insertion of the tendon was clipped from the calca-
neus, leaving a small bone chip to anchor the suture. The
knee was immobilized by a spring clamp fixed to the fem-
oral condyles, and the gastrocnemius complex was attached
to a force-reporting servo motor (Aurora Scientific, Aurora,
ON, Canada). The sciatic nerve was exposed and mounted
on bipolar stainless steel hook electrodes. A series of twitch
contractions was used to determine the stimulation voltage
and muscle length (L0) required for maximal active force
production. Muscles were stimulated using constant
current, determined for each animal as twice the current
required (700–1500 uA) to yield maximum twitch force. L0
was determined from twitches by adjusting the muscle
length to maximize active tension. The lengthening activa-
tion protocol consisted of 300 stimulations, each 500 ms of
0.1-ms pulses delivered at 70 Hz and 2× maximal voltage.
The muscle was held isometric for 200 ms at L0 − 10 % op-
timal fiber length (Lf ), stretched to L0 + 10 % Lf over
200 ms, and held for 200 ms. The muscle was returned to
L0 − 10 % Lf after relaxation with 500-ms rest between acti-
vations. At the end of the protocol, muscles were collected
and snap frozen in liquid nitrogen.

Single myofiber isolation
Single myofibers were isolated from gastrocnemius mus-
cles as previously described [20]. Briefly, muscles were
gently dissected, added to a tube containing 4000 U col-
lagenase type I (Worthington Biochemical, Lakewood
Township, NJ, USA). The tube was rocked at 26 rpm in
an Enviro-Genie (Scientific Industries, Bohemia, NY,
USA) set at 37 °C. Wild type muscles were digested for
90 min and for up to 120 min for mdx and Tg-mdx
muscles. After incubation in collagenase, single myofi-
bers were washed and transferred into a Matrigel (BD
Pharmigen, San Diego, CA, USA)-coated 24-well plate
using a fire-polished Pasteur pipette. Isolated myofibers
were allowed to settle for 30 min in the well before the
plates were centrifuged at 1100g for 20 min and then
fixed with 3.7 % formaldehyde for 10 min. A total of 471
and 475 myofibers were isolated for mdx and Tg-mdx
mice, respectively, and between 496 and 828 for wild
type ( WT), TG1, and TG2 BaCl2-injured mice.

Single myofiber analysis
Single myofibers were stained with 1 μg/ml 4′,6-diamidino-
2-phenylindole (DAPI, Sigma-Aldrich, St Louis, MO, USA)
for 1 min to visualize nuclei. Myofibers were visualized
using an Axiovert 200M microscope (Carl Zeiss Micros-
copy, Thornwood, NY, USA), and images were acquired
using a 10× or 20× Plan-Neofluar objective (Carl Zeiss Mi-
croscopy) and camera (QImaging, Surrey, BC, Canada)

with OpenLab 5.50 software (PerkinElmer, Waltham, MA,
USA). All images were uniformly processed for size, bright-
ness, and contrast using Photoshop CS6 (Adobe Systems,
San Jose, CA, USA). Myofibers with at least four centrally
located nuclei in a row were considered regenerated.
Branches were grouped into three morphologic categories:
bifurcated, split, and process although the significance
of these different types of branches is not well under-
stood [6, 20, 21].

Histological analysis
Serial 12-μm cryostat sections were obtained throughout
frozen muscles. For histological analyses, sections were
stained with hematoxylin (Thermo Fisher Scientific,
Waltham, MA, USA) and eosin (Sigma-Aldrich) stained
sections using ImageJ (NIH, Bethesda, MD, USA). For
all tissue section studies, three to four representative
sections imaged at ×200 magnification were analyzed
from gastrocnemius muscles. For EBD quantification,
images were acquired from the same anatomic region in
three to four different sections and the EBD fluorescence
of each image was measured as pixel intensity using
Image J. All images were acquired using an Axioplan
microscope with a 0.5 NA 20× Plan-Neofluar objective
(Carl Zeiss Microscopy) and charge-coupled device cam-
era (Carl Zeiss Microscopy) with Scion Image 1.63
(Scion Corporation, Frederick, MD, USA). All images
were uniformly processed for size, brightness, and con-
trast using Photoshop CS6 (Adobe).

Statistical analyses
To determine statistical significance for two groups,
comparisons were made using an unpaired or paired
Student’s t test. Chi-square tests were performed for the
analysis of the number of branches per myofiber. The
significance of results from multiple groups was evalu-
ated by a one-way analysis of variance (ANOVA) with
Bonferroni’s post-test. The Friedman test with Dunn’s
post-test was used to analyze EBD fluorescence in muscle
sections. Statistical analyses were performed using Graph-
Pad Prism v.6 (GraphPad Software, La Jolla, CA, USA). A
p value <0.05 was considered significant.

Results
mOR23 transgenic mice
To determine the role of mOR23 in regulating myofiber
branching specifically in muscle cells, we created a novel
transgenic mouse over-expressing mOR23 under the
control of the human skeletal actin (HSA) promoter, a
muscle-specific promoter (Fig. 1a). Two independent lines
of transgenic mice (TG1 and TG2) were produced and
tested for mOR23 over-expression. As shown in Fig. 1b,
mOR23 messenger RNA (mRNA) was over-expressed in
both lines compared to control mice (WT). Since the
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levels of mOR23 mRNA in TG1 were more than 10 times
the levels found in TG2, we mainly focused our subse-
quent experiments on TG1.

Analysis of myofiber branching in isolated myofibers
To compare myofiber branching, single myofibers were
analyzed rather than transverse sections of muscle tissue
since all branches along the length of isolated myofibers
can be easily identified. Single myofibers were isolated
from enzymatically digested gastrocnemius muscles,
then fixed and stained with DAPI to visualize nuclei.
Myofibers were examined using phase contrast and
fluorescence microscopy. Myofibers with at least four
centrally located nuclei in a row were scored as regen-
erated. Branches were grouped into three morphologic
categories (Fig. 2a–c): bifurcated, split, and process as
previously described [20]. Myofibers may have mul-
tiple branch types as is frequently encountered in aged
mdx muscles (Fig. 2d).

Muscle-specific expression of mOR23 decreases myofiber
branching in chemically injured mouse muscles
Under basal conditions in young mice, very low levels of
myofiber branching (1 %) occur in muscle but the fre-
quency increases dramatically in response to muscle re-
generation [7, 20, 22–24]. Therefore, we determined
whether mOR23 over-expression in muscle cells was
sufficient to regulate muscle regeneration and myofiber
branching in chemically injured mouse muscles. To as-
sess whether mOR23 protein would be over-expressed
in differentiating TG1 muscle cells during regeneration,
we analyzed muscle cells in vitro so as to assay mOR23
specifically in muscle cells in the absence of other cell
types. mOR23 protein levels were increased by ~40 %
in TG1 compared to WT at 48 h of differentiation
(Additional file 1: Figure S1). Subsequently, gastrocnemius
muscles of WT and TG1 were injured using barium chlor-
ide (BaCl2) to determine whether the muscle-specific
over-expression of mOR23 affected muscle regeneration.
We first analyzed the myofiber cross-sectional area (CSA)
of uninjured and injured gastrocnemius muscles. Two
weeks after injury, no significant difference in myofiber
CSA was observed between WTand TG1 muscles (Fig. 3a,
b) suggesting similar overall muscle regenerative ability.
To analyze myofiber branching, single myofibers were iso-
lated from muscles 3 weeks post-injury. As a control,
myofibers were also isolated from uninjured muscles. The
same number of branched myofibers (~1 %) was found in
uninjured WT or TG1 muscles (data not shown). No
significant difference in the percentage of regenerated
myofibers was observed between WT and TG1 (Fig. 3c)
indicating a similar amount of muscle damage in both
mice. Remarkably, the percentage of branched regenerated
myofibers and the number of branches per branched myo-
fiber were significantly decreased in TG1 compared to
WT (Fig. 3d, e). No significant difference was observed
among the three types of branches between WT and TG1
(Additional file 2: Figure S2). To validate these results, we
also analyzed myofiber branching in the gastrocnemius
muscles of TG2 mice after muscle injury. Similar to the
results obtained with TG1, we observed no difference in
the percentage of regenerated myofibers between WT and
TG2 (Additional file 3: Figure S3A) but the percentage of
branched regenerated myofibers was decreased in TG2
(Additional file 3: Figure S3B). However, the number of
branches per branched myofiber was not significantly dif-
ferent between WT and TG2 (Additional file 3: Figure
S3C) as it was for TG1 (Fig. 3e). This discrepancy in the
number of branches between the two transgenic mouse
lines may be due to the fact that mOR23 mRNA levels
were 10 times higher in TG1 than in TG2 (Fig. 1b). Over-
all, these data indicate that mOR23 expression in muscle
cells is sufficient to regulate myofiber branching during
muscle regeneration.

Fig. 1 mOR23 expression in transgenic mouse muscles. a Schematic
representation of the construct used to drive muscle-specific
expression of mOR23. mOR23 was fused with rhodopsin (RHO)
to increase mOR23 cell surface expression. HSA human α-skeletal actin.
b mOR23 RNA levels were greatly increased in the gastrocnemius
muscles of two different transgenic (TG) mouse lines compared to
wild type (WT): TG1 (3302 ± 1141), TG2 (218 ± 21). Data are mean ± SEM
with n= 4–6 for each genotype
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mOR23 over-expression reduces myofiber branching in
dystrophic mouse muscles
We next bred TG1 with mdx mice to create Tg-mdx to
determine whether muscle-specific over-expression of
mOR23 would also decrease myofiber branching in the
context of the repeated cycles of muscle degeneration/
regeneration found in mdx mice [25, 26]. The histology

of gastrocnemius muscles from mdx and Tg-mdx mice
were first compared. For both genotypes at 8 weeks of
age, a similar heterogeneity in myofiber sizes was observed
in muscle sections indicating no gross difference in muscle
regenerative ability (Fig. 4a). Since we previously demon-
strated that the percentage of branched myofibers in
gastrocnemius muscles rapidly increased in mdx mice

Fig. 2 Phase-contrast image of branched myofibers. a–c Phase-contrast images of the three branch types studied: bifurcated (a), split (b), and
process (c). Bar = 100 μm. d Phase-contrast image of a highly branched myofiber from a 15-week-old mdx mouse. Bar = 250 μm

Fig. 3 mOR23 over-expression decreases myofiber branching after muscle regeneration. a Myofiber cross-sectional areas (CSA) of WT and TG1
gastrocnemius muscles were comparable before injury and after 2 weeks of regeneration. b Representative images of injured WT and TG1
muscles after 2 weeks of regeneration. Bar = 100 μm. c The percentage of regenerated myofibers was not significantly different in WT and TG1
muscles 3 weeks after muscle injury but TG1 muscles contained significantly less branched regenerated myofibers than WT muscles (d). e The
number of branches per branched myofiber was also significantly decreased in injured TG1 muscles compared to WT (chi-square = 21.6, df = 3).
n = 94–196 myofibers isolated per genotype and mouse. Data are mean ± SEM and n = 4–6 mice for each genotype with *p < 0.05
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between 3 and 10 weeks of age reaching ~90 % [20], single
myofibers from gastrocnemius muscles of mdx and
Tg-mdx mice were analyzed at 5, 8, and 15 weeks of
age. At each age, the percentage of regenerated myofibers
was not significantly different between both genotypes
(Fig. 4b) indicating a similar amount of muscle damage
occurred in both dystrophic lines. The percentage of re-
generated myofibers that were branched was significantly
decreased in Tg-mdx at 5 and 8 weeks of age but not at
15 weeks of age (Fig. 4c). Interestingly, the number of
branches per branched myofiber was significantly reduced
in 8- and 15-week-old Tg-mdx compared to mdx mice but
not at 5 weeks of age. These results suggest that at 5 weeks
of age when a low amount of damage is occurring in dys-
trophic muscles [25, 26], mOR23 over-expression only
acts to decrease the likelihood of a myofiber becoming
branched. In contrast, at 15 weeks of age when severe
muscle degeneration already occurred in mdx mice
[25, 26], mOR23 over-expression cannot influence
whether a myofiber becomes branched or not but can
decrease the number of branches that arise per damaged
myofiber. At the three ages analyzed, the three types of
branches were globally equally distributed between mdx
and Tg-mdx (Additional file 4: Figure S4). Overall, these
findings demonstrate that mOR23 over-expression does
not protect against muscle degeneration induced by the
lack of dystrophin but can reduce the severity of myofiber
branching arising in dystrophic muscles.

mOR23 over-expression protects dystrophic muscle
against mechanical damage
Branched mdx myofibers are more fragile when subjected
to mechanical stress than unbranched mdx myofibers
[5, 6, 21, 27, 28]. Since Tg-mdx mice displayed less se-
vere myofiber branching than control mdx mice, we
subsequently assessed the membrane integrity of Tg-
mdx and mdx mouse muscles in response to in vivo
mechanical stress. Eight-week-old mice were used in
this experiment since both the percentage of branched
myofibers and the number of branches per myofiber
were significantly decreased in Tg-mdx myofibers com-
pared to mdx. To determine changes in membrane in-
tegrity in response to mechanical stress, we used Evans
blue dye (EBD) as an in vivo marker of myofiber damage
as EBD penetrates into myofibers in response to disrup-
tion of the sarcolemma [5]. Damaged myofibers are then
readily identifiable by the fluorescence emitted by the dye.
To induce muscle injury, gastrocnemius muscles were
subject to 300 eccentric contractions (EC) of 10 % optimal
fiber length. Peak isometric force was similar in mdx
(11.3 ± 3.2 N/g) and Tg-mdx (8.59 ± 4.2 N/g, p = 0.22),
and lengthening resulted in similar eccentric forces
(mdx 15.4 ± 4.1 N/g; Tg-mdx 12.4 ± 6.2 N/g; p = 0.35).
Repeated activation resulted in dramatic and rapid loss
of contractile capacity, with declines of 85 ± 4.9 % in
mdx and 74 ± 18 % in Tg-mdx after the first 100 acti-
vations (p = 0.19 between genotypes). Muscles were

Fig. 4 Myofiber branching is decreased in mdx muscles over-expressing mOR23. a Representative images of 8-week-old mdx and Tg-mdx
gastrocnemius muscles. Bar = 100 μm. b The percentage of regenerated myofibers was not significantly different between mdx and Tg-mdx
muscles at the three ages (5, 8, and 15 weeks) studied. c Tg-mdx muscles had significantly less branched regenerated myofibers than mdx
muscles at 5 and 8 weeks of age. d The number of branches per branched myofiber was also significantly decreased in Tg-mdx muscles compared to
mdx at both 8 weeks (chi-square = 12.3, df = 3) and 15 weeks of age (chi-square = 13.9, df= 3). n = 32–103 myofibers isolated per age and mouse. Data
are mean ± SEM and n = 3–4 for each genotype at each age with *p < 0.05
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collected 30 min after the last contraction to let the
dye penetrate damaged myofibers. Muscle sections of
control contralateral and EC muscles were then visual-
ized for EBD fluorescence in both genotypes (Fig. 5a),
and the pixel intensity was quantified (Fig. 5b). Since
muscle physiology varies considerably between animals,
we compared EBD pixel intensity between contralateral
and EC muscles for each mouse. We observed a higher in-
crease of EBD pixel intensity in mdx muscles after eccen-
tric contractions compared to Tg-mdx muscles (Fig. 5b)
indicating that Tg-mdx muscles were more resistant to
sarcolemmal damage in response to eccentric contractions
These data suggest that the over-expression of mOR23 in
mdx mice protects muscles against mechanical stress by
decreasing the overall number of branches in myofibers.

Discussion
The results reported here expand previous studies of
mOR23 in muscle tissue [7] and give insights into the
formation of branched myofibers, which are detrimental
for normal muscle physiology. One significant finding of
this study is that following acute muscle injury, myofiber
branching was decreased in transgenic mice over-ex-
pressing mOR23 specifically in muscle cells. Depending
on the level of mOR23 over-expression, the number of
branches per branched myofiber was also reduced. These
results suggest that putative endogenous ligand(s) of
mOR23 [7, 29] produced in response to muscle damage
were not limiting under these conditions. Another import-
ant finding is that when mOR23 was over-expressed in
myofibers in a dystrophic environment with ongoing cy-
cles of myofiber degeneration/regeneration, myofiber
branching was also decreased. These are the first studies
to show that myofiber branching can be decreased in dys-
trophic muscles. Depending on the amount of damage
that occurred in dystrophic mice with age, the parameters

of the myofiber branching varied. At 8 weeks of age, dys-
trophic muscles were characterized by a reduction in the
percentage of branched myofibers as well as a decrease of
the number of branches per branched myofiber. However,
at 15 weeks of age only the number of branches per
branched myofiber was decreased. These differences could
be due to changes in the production of putative endogen-
ous mOR23 ligand(s) or to derangements in cell signaling
pathways with age in dystrophic mice [30, 31]. Taken to-
gether our data indicate that mOR23 over-expression in
muscle cells is sufficient to reduce myofiber branching in
mice suggesting that biologic processes acting within
muscle cells are important for determining whether
branches form or not upon muscle injury.
Previous studies of dystrophic muscles indicated that

myofiber branching is detrimental for normal muscle
physiology [5, 6, 21, 27, 28]. Branched myofibers tends
to break at the branch point thereby decreasing the ability
of myofibers to properly contract [5, 21]. Another key
finding in our studies was that a decrease of myofiber
branching in dystrophic muscle via the over-expression of
mOR23 in muscle cells improved membrane integrity in
response to mechanical stress induced by a stretch of ec-
centric contractions. These results suggest that modifying
myofiber branching in dystrophic patients, while not
preventing degeneration, could be beneficial for miti-
gating some of the effects of the disease process. Such
a therapy could be used in combination with other
disease-modifying strategies currently under develop-
ment [32, 33].
Olfactory receptor activation leads to an increase

in cyclic adenosine monophosphate (cAMP) synthesis
through the activation of adenylate cyclase type III
via a G protein-coupled cascade in the neurons [8], sperm
[34], and kidney [35] as well as skeletal muscle [7]. In
olfactory neurons, this increase in cAMP can regulate

Fig. 5 Over-expression of mOR23 in mdx muscles protects against membrane injury after eccentric muscle contractions. a Representative images
of gastrocnemius muscles from mdx and Tg-mdx mice which underwent eccentric contraction (EC) or not (CTL, contralateral muscle). Evans blue
dye (EBD) fluorescence identified myofibers with increased membrane permeability. Bar = 100 μm. b mdx muscles were significantly more
permeable to EBD after EC than Tg-mdx muscles. Each line represents the CTL and EC muscle of one mouse, n = 7 for each genotype
with *p < 0.05
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expression of adhesion molecules such as Kirrel3 or
EphrinA5 [36], neuropilin-1 which plays versatile roles
in angiogenesis, cell survival and migration [37], and
multiple ion channels [8]. Myofiber branching has been
postulated to arise from aberrant muscle cell fusion
[6, 20, 21, 38]. Previous studies of mOR23 function in
vitro revealed that cell migration, cell-cell adhesion,
and formation of multinucleated myotubes were signifi-
cantly inhibited with loss of mOR23 by small interfering
RNA (siRNA) or increased by its over-expression [7] sug-
gesting that mOR23 may regulate cell fusion through
downstream migration and adhesion molecules. However,
no downstream effectors of mOR23 in vitro or in vivo
have been identified to date.

Conclusions
mOR23 signaling within muscle cells may serve as an
effective pharmacologic target for improving muscle
architecture and physiology in dystrophic patients. The
use of small molecules to activate downstream pro-
cesses normally induced by mOR23 signaling in muscle
cells could overcome any potential limitations in the
amount of putative endogenous ligand(s) produced at
different stages of the dystrophic disease process. Add-
itional studies are needed to identify other molecules
and pathways that synergize with mOR23-dependent
pathways to further decrease myofiber branching in
dystrophic muscles.

Additional files

Additional file 1: Figure S1. mOR23 is over-expressed during myogenesis
in TG1 myoblasts. (A) Immunoblot revealed that mOR23 levels increased after
48 h of myoblast differentiation in vitro but the levels of mOR23 were higher
in TG1 muscle cells than in WT. (B) Quantification of mOR23 levels in
differentiating muscle cells in vitro. Data are mean ± SEM; n = 3 with
*p < 0.05.

Additional file 2: Figure S2. Quantification of branch types in WT and
TG1. No significant difference was observed between WT and TG1
myofibers for the distribution of the bifurcated, split, and process branch
types 3 weeks after muscle injury. n = 27–88 branched myofibers isolated
per mouse. Data are mean ± SEM and n = 4–6 mice for each genotype.

Additional file 3: Figure S3. Myofiber branching is also decreased in
mOR23 transgenic mouse line 2 after muscle regeneration. (A) The
percentage of regenerated myofibers in gastrocnemius muscles was not
significantly different in WT and TG2 mice 3 weeks after muscle injury
but TG2 muscles had significantly fewer branched regenerated myofibers
than WT muscles (B). (C) The number of branches per branched myofiber
was not significantly decreased in injured TG muscles compared to WT
muscles (chi-square = 2.51, df = 3). n = 108–196 myofibers isolated per
genotype and mouse. Data are mean ± SEM and n = 4 mice for each
genotype with *p < 0.05.

Additional file 4: Figure S4. Quantification of branch types in mdx and
Tg-mdx. Except for a significant increase of the split branch type in mdx
compared to Tg-mdx at 5 weeks of age, the types of branches did not
differ between mdx and Tg-mdx. n = 7–64 branched myofibers isolated
per age and mouse. Data are mean ± SEM and n = 3–4 for each genotype
at each age with *p < 0.05.
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