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Abstract

Duchenne muscular dystrophy (DMD) is a recessive X-linked fatal disorder caused by a mutation in the dystrophin gene. Although
several therapeutic approaches have been studied, none has led to substantial long-term effects in patients. The aim of this study
was to test a serotonin and histamine (S&H) combination on human skeletal myoblasts and Dmd™® mice for its effects on muscle
strength and injury. Normal human bioartificial muscles (BAMs) were treated, and muscle tetanic forces and muscle injury tests
were performed using the MyoForce Analysis System. Dmd™® mice, the murine model of DMD, were administered serotonin,
histamine, or S&H combination twice daily for 6 weeks, and functional performance tests were conducted once a week. The S&H
combination treatment caused significant increases in tetanic forces at all time points and concentrations tested as compared to
the saline controls. Dose response of the BAMs to the treatment demonstrated a significant increase in force generation at all
concentrations compared to the controls after 3 to 4 days of drug treatment. The highest 3 concentrations had a significant effect
on lowering contractile-induced injury as measured by a reduction in the release of adenylate kinase. Histamine-only and S&H
treatments improved grip strength of Dmd™® mice, whereas serotonin-only treatment resulted in no significant improvement in
muscle strength. The results of this study indicate that S&H therapy might be a promising new strategy for muscular dystrophies
and that the mechanism should be further investigated.
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Introduction effects.” Although research continues to investigate downstream
mechanisms, such as muscle necrosis, inflammation, fibrosis, or
regeneration, most recent therapeutic approaches focus on indi-
vidual gene therapies that promote stop codon read-through or
correct frameshift mutations.®'! Drugs have also been devel-
oped to upregulate surrogate proteins, such as utrophin, which
can substitute for dystrophin at the muscle cell membrane.'?

Duchenne muscular dystrophy (DMD) is an X-linked recessive
disorder characterized by progressive and severe wasting and
weakness of nearly all muscles leading to premature death by
cardiorespiratory failure." Duchenne muscular dystrophy has a
prevalence of 1 in 5,000 newborn males worldwide and is
caused by the truncation or absence of dystrophin protein that
anchors the muscle fiber to the extracellular matrix (ECM).>*
Since the mechanical link between the contractile apparatus
and the plasma membrane is disrupted, dystrophic myofibers 'Beech Tree Labs, Inc, Providence, RI, USA
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Several mammalian and nonmammalian animal models
have been developed and used extensively to assess the ther-
apeutic efficacy of candidate drugs.'*'> These animal models
made vital contributions to understanding the molecular pro-
cesses underlying the disease pathology, and the Dmd™%
mouse is the most commonly used murine model in preclinical
studies.'®'® Tissue engineering of contracting muscle fibers is
also a unique tool for in vitro drug screening and is instrumen-
tal for basic research to identify new therapies.'®?° Under-
standing and modifying the pathological background of
DMD and the complex interactions of all muscle cells with
their surrounding environment are important for the manage-
ment of the disease. Changes in this environment can speed up
muscle repair, enhance muscle strength, and reduce inflamma-
tion and fibrosis, leading to the amelioration of symptoms.?'~*>
Therefore, molecules that can modify these complex interac-
tions between muscle cells and their environment can be pow-
erful therapeutics for the treatment of DMD. Histamine is best
known as a mediator of allergic reactions, but it is also recog-
nized to participate in numerous physiological processes such
as regulation of the immune response, smooth muscle contrac-
tion, secretion of gastric acids, and excitatory glutamate neuro-
transmission in the spinal cord.>*’7 The neurotransmitter
serotonin mediates a wide variety of central and peripheral
responses via multiple serotonin receptors. Depending on the
secondary messengers with which the receptors are coupled,
these responses can regulate various physiological processes
such as cognition, cardiovascular functioning, vasoconstric-
tion, learning and memory, and skeletal muscle repair.?*°

Based on the positive indications of serotonin and histamine
(S&H) on muscle physiology, we set out to study whether these
molecules could serve as potential strategies in the treatment of
DMD. Therefore, the current investigation was designed to
determine the effect of S&H on muscle strength and muscle
recovery from contractile-induced injury. Specifically, we
measured the active force generation and recovery from the
injury induced by electrical stimulation of contracting muscles
in a 3-dimensional (3D) cell culture model. Additionally,
Dmd™® mice forelimb performance tests were used to deter-
mine whether serotonin, histamine, or S&H combination has
any effect on muscle strength in vivo.

Materials and Methods

Cell Culture and Tissue Engineering

Human skeletal muscle cells previously isolated from a
disease-free 48-year-old female were used in this study (Myo-
mics Inc, Providence, Rhode Island). The cells were expanded
in cell culture in a growth medium optimized for human ske-
letal muscle, SkGM Bullet kit (Lonza, Allendale, New Jersey),
supplemented with 15% fetal bovine serum (Gibco, Grand
Island, New York). The cells were cultured in this medium for
5 days before being engineered into bioartificial muscles
(BAMs). Histamine was purchased from HollisterStier (Spo-
kane, Washington), serotonin from Sigma-Aldrich (St Louis,

Missouri), and phosphate-buffered saline from Hospira (Lake
Forest, Illinois). Two micrograms of serotonin is designated as
a 1x dose, and 1.1 pg of histamine is designed as a 1x dose;
therefore, the 1x S&H combination treatment contained 2 pg
serotonin and 1.1 pg histamine.

The detailed description of the muscle engineering was pub-
lished previously.'® Briefly, on the day of engineering, BAM
cells were trypsinized and counted with a hemocytometer. A
sterile 96-well MyoForce plate (Myomics Inc) was used for
tissue engineering the BAMs. Myomics’ Robotic Tissue Engi-
neering Platform was used to engineer 72 BAMs in approxi-
mately 10 minutes by mixing cells with an ECM solution and
casting in the plate wells. The plate containing the BAMs was
maintained for 2 days at 37°C in SkGM/15 and then incubated
in an optimized differentiation medium consisting of Dulbecco
modified Eagle medium (Life Technologies, Grand Island,
New York), 0.1% insulin (Sigma, St Louis, Missouri), 1%
bovine serum albumin (Sigma), 0.1% human epidermal growth
factor (Life Technologies), and 0.5% gentamicin (Sigma). The
cells were kept in the optimized differentiation medium for the
remainder of the experiment.

Active Force Measurements

On day 9 after plating the cells, the BAM plates were trans-
ferred to the Myomics’ Myoforce Assay Device (MAD). The
BAMs were electrically stimulated using parameters set for
generating maximal muscle contraction, that is, tetanic (active)
force. The MAD took approximately 15 minutes to stimulate
all the wells in each 96-well MyoForce plate. A high-speed
imaging camera captured the images of the BAMs as they
contracted and sent the data to the computer system calculating
micronewtons (UN) of force generated. After the initial elec-
trical stimulation, the combination treatment (S&H) was added
to each well to final concentrations of 0.01x, 0.1x, 1x, 2.5x%,
5%, and 10x. Other treatment groups included in the assay
were a positive control 80 nmol/L deflazacort (DFZ; a gluco-
corticoid used as an anti-inflammatory and immunosuppres-
sant), and a vehicle-only control (saline). Each treatment and
control group was assayed with 8 replicates, and the experi-
ments were conducted 3 times.

Injury Assay

To assess the effect of S&H combination on muscle injury,
BAMs were subjected to repetitive tetanic electrical stimula-
tions in the MAD after 4 days of drug treatment. Each BAM
received a total of 16 consecutive electrical pulses. ToxiLight
BioAssay (LT07-217; Lonza, Allendale, NJ) was used to mea-
sure the release of adenylate kinase (AK) caused by the leakage
from the damaged plasma membrane of the muscle cells. The
ToxiLight BioAssay measures the conversion of adenosine
diphosphate to adenosine triphosphate (ATP) in the presence
of AK. The enzyme luciferase then catalyzes the formation of
light from luciferin in the presence of ATP. The emitted light,
measured with the luminometer, is linearly related to the AK
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concentration; therefore, the light intensity is indicative of the
extent of damage to the cell membrane. Conditioned medium
was collected from the BAMs after injury for assay of released
AK; BAMs were then lysed, centrifuged, and the supernatant
was collected to determine the intracellular AK. The AK
released upon injury was calculated as the percentage of the
total AK (released plus intracellular).

Animal Care and Treatments

The animal studies were conducted at the Animal Care
Facilities of Brown University in Providence, Rhode Island.
Four-week-old female C57BL/10ScSn-Dmd™®/J dystrophic
mice and C57BL/10ScSnJ nondystrophic control mice were
purchased from Jackson Laboratories (Bar Harbor, Maine).
The animals were maintained under controlled conditions
(19°C-23°C, 12-hour light/dark cycles) and allowed water and
food ad libitum. Treatment and control groups contained 7 and
5 mice per cage, respectively. All procedures involving animals
were approved and performed in accordance with the guide-
lines of the Institutional Animal Care and Use Committee
(IACUC) of Brown University in compliance with the guide-
lines established by the National Institutes of Health. The
animals were randomly assigned to all cages prior to the
experiment. Following the randomization, animals were
injected subcutaneously in the middorsal region twice daily
with 0.1 mL treatment or saline for the duration of the study.
The concentrations used in the animal experiments were
determined by a preliminary study where a spectrum of
S&H doses was screened by muscle function tests in a small
group of Dmd™® mice. Based on the preliminary work, var-
ious concentrations of serotonin, histamine, and the S&H
combination were chosen to be tested in this study (0.4x,
1x, 4x, and 8x).

Grip Strength Measurements

A grip strength meter (Columbus Instruments, Columbus,
Ohio) was used to assess neuromuscular function by sensing
the peak amount of force an animal applies in grasping a spe-
cially designed pull bar assembly (triangle bar). In practice, the
grip strength meter was used by first allowing the animal to
grasp the forelimb triangle pull bar assembly. The animal was
then drawn linearly, leading away from the sensor. At the time
of the release of the bar, the sensor recorded the maximum
force attained. Measurements were performed once a week,
and readings were obtained in micro newtons; 10 readings were
collected per animal.

Clonogenic Assay

Human skeletal muscle cells were plated at 200 cells/dish.
Then, cells were allowed to adhere to the bottom of the dishes
overnight. Following day, cells were continuously exposed to
various concentrations of S&H for 10 days. At the end of

10 days, colonies were fixed with ice cold methanol, stained
with crystal violet, and counted.

Statistical Analysis

For the cell culture studies, the mean standard error (SE) of 8
samples per group was calculated, and #-test statistical analyses
were performed using SigmaStat software (Systat Software,
Inc, Chicago, Illinois), with P <.05 considered statistically sig-
nificant. Power analyses were performed using GraphPad Stat-
Mate 2.00, and half-maximal effective concentration (ECsg)
values were determined with GraphPad Prism (GraphPad Soft-
ware, Inc, San Diego, California). One-way analysis of var-
iance was performed to determine the differences between
the groups in animal studies. Differences between the groups
were considered significant with a P value <.05.

Results

Combination Therapy Increases Tetanic Forces

The BAMs were treated with 6 different concentrations of S&H
combinations on day 9 for the next 4 days. Media content of the
plates was replaced daily during the treatment, and percent
changes in the tetanic forces relative to the vehicle control were
recorded. Time-course experiments of treatment with S&H
combination showed significant increases in tetanic forces
at all time points, and all doses tested were compared to the
vehicle controls (Figure 1A and B). Positive control, 80 nmol/L
DFZ, showed a significant increase (32%) in tetanic forces
during the 4 days of treatment compared to the vehicle control,
validating the strength of the assay.

Dose Response on Day 3 and Day 4

Following 3 and 4 days of drug treatment, percent change in the
tetanic forces was recorded. Dose responses of BAMs to the
S&H combination showed significant increases in force gener-
ation at all concentrations tested compared to the saline control
after 3 to 4 days of treatment, with the increases ranging from
20.9% to 40.8%. The highest increases in force generation were
seen with 0.1 x S&H (40.8% day 3 and 35.7% day 4) and 2.5x
S&H (35.0% day 3 and 28.8% day 4; Figure 2).

Combination Therapy Reduces Muscle Injury

Following 4 days of drug treatment, BAMs were subjected to
repetitive tetanic electrical stimulation in the MAD. The S&H
combination treatments of 2.5x, 5%, and 10x had a significant
effect on reducing injury to the BAMs as measured by the
decrease in the release of AK by the ToxiLight assay compared
to the untreated controls (Figure 3). In contrast, BAMs treated
with 0.01x, 0.1x, and 1x combinations of S&H did not show
significant reduction in AK release as compared to the
untreated controls (Figure 3).
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Histamine-Only and Combination Therapy Increase Grip
Strength Performance of mdx Mice

Four-week-old mdx mice were treated with various concentra-
tions (0.4x, 1x, 4%, and 8x) of serotonin, histamine, or S&H
combination for 6 weeks twice daily. Mdx mice treated with
the 4x S&H combination showed transient increase in fore-
limb strength on week 1 and week 3 as compared to the saline-
treated animals. Interestingly, the 8 x S&H combination caused
significant improvement in forelimb strength only at week 6,
suggesting that the S&H combination therapy has positive
effects on muscle strength; however, this positive effect was
not sustainable throughout the treatment period (Figure 4A).
Histamine-only treatment increased muscle strength through-
out the treatment with the exception of week 1. Among the 4
concentrations of histamine tested, 8 x histamine consistently
increased muscle strength of mdx mice, whereas 4 x was effec-
tive on weeks 4, 5, and 6 (Figure 4B). Serotonin by itself did
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Figure 3. Percent release of adenylate kinase from injured bioarti-
ficial muscles (BAMs) treated with serotonin and histamine (S&H)
combination. After 4 days of treatment with S&H, BAMs were sub-
jected to repetitive electrical stimulation resulting in contraction-
induced injury. Data are expressed as the mean + standard error
(SE) of the percent of adenylate kinase released upon injury. Con-
trols were injured muscles treated with vehicle control (saline),
uninjured vehicle-treated BAMs, and injured muscles treated with
deflazacort (DFZ). Percents represent average of 3 independent
experiments.

not increase muscle strength of mdx mice throughout the study
period (Figure 4C).

We did not observe any lethal side effects in the treated
animals, and the levels of S&H used in this study were lower
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Figure 4. A, B, and C, Weekly forelimb muscle strength tests deter-
mined by muscle strength meter for (A) serotonin and histamine
(S&H) combination, (B) histamine-only, and (C) serotonin-only. Mice
were treated subcutaneously with 0.4, |x, 4x, and 8x histamine,
serotonin, or S&H twice daily for 6 weeks. WT represents C57BL/
10ScSn) nondystrophic control mice. *Statistical significance at P < .05.

than the toxicity levels reported in several animal studies in the
literature.>' > Average weights of the animals did not show
statistically significant differences between the treated and
untreated mice (Figure 5A-C). Also, no sign of toxicity was
detected with human skeletal muscle cells in 3D cell culture as
assessed by Calcein AM viability assays and clonogenic assay
(Figure 6).

Discussion

Duchenne muscular dystrophy is the most common, severe
childhood form of dystrophy in which the treatment is limited
to glucocorticoids that have severe side effects. Multiple treat-
ment approaches have emerged, and the most attractive ones
are the molecular-based therapies that can either restore the
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Figure 5. A, B, and C, Average weights of mice in (A) serotonin and
histamine (S&H) combination, (B) histamine-only, and (C) serotonin-
only treatment groups. Mice in each treatment group were weighed
and averages were recorded for each cage for 6 weeks. The line
graphs represent the weight changes (g) for each group for 6 weeks.

mutant dystrophin protein or enhance the levels of surrogate
proteins. Although the future looks bright for the multiple
molecular strategies, there is still need for new therapies with
lower side effects targeting downstream mechanisms such as
inflammation, fibrosis, and repair. The goal of this study was to
determine the effects of S&H on muscle tetanic forces and
muscle recovery from contractile injury using engineered
BAMs. Dmd™®, a murine model of DMD, was used to test
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whether the experimental therapy provides improved func-
tional performance scores in forelimb pull tests. We observed
that although all S&H concentrations tested increased tetanic
forces of muscle cells (Figure 1A and B), only the highest 3
concentrations provided protection from contractile-induced
muscle injury (Figure 3). Dystrophic mice treated with S&H
combination and histamine-only performed better in forelimb
muscle pull tests, whereas the test scores of serotonin-only-
treated mice were not different from that of the saline-treated
animals.

Drug screening with engineered tissues based on physiolo-
gical function culminates all the complex interactions of com-
pounds on multiple intracellular pathways. Therefore, it is a
better in vitro model than most high-throughput drug screening
technologies in bridging with in vivo animal models to predict
the ultimate effects of the compounds. This technology has
been used previously to identify or repurpose compounds with
established human safety profiles for new potential treatments
for muscle weakness in DMD.**

5-hydroxytryptamine receptor 2A(5-HT,,) is the only func-
tional serotonin receptor that has been identified and localized
in skeletal muscle cells.>>*¢ Binding of serotonin to 5-HT,
receptor leads to upregulation of genes involved in myogenic
differentiation and activation of the JAK/STAT pathway, par-
ticularly the transcription activator STAT3 gene.>> STAT3 acti-
vation is known to be the key regulator of a cascade of genes in
skeletal muscle ontogenesis and repair pathways.*’=>° A critical
role of serotonin in cell repair has also been demonstrated in
Caenorhabditis elegans.*® In C elegans, serotonin has been
shown to be a potent suppressor of striated muscle degenera-
tion, with serotonin being more efficient than prednisone, a
palliative treatment against DMD, in blocking the muscle
degeneration.*! These mechanisms could partly explain the
outcomes observed with the 3 highest concentrations of S&H
combination which reduced the contractile-induced injury of

muscle cells by more than 50% compared to the untreated
controls (Figure 3). This suggests a potential involvement of
S&H in the repair pathway, possibly through Jak/STAT activa-
tion. However, this point requires further molecular exploration
to confirm the actual activation of the pathway.

Although no evidence exists involving skeletal muscle cells
in the literature, in vitro studies conducted with airway smooth
muscle cells and cardiomyocytes demonstrated that histamine
causes a transient rise in cytosolic Ca?" levels via the H1
receptor.*>* High intracellular Ca*" levels are crucial for trig-
gering muscle contraction, whereas low levels are critical for
initiating muscle relaxation.** Additionally, both histamine and
peripheral serotonin are important regulators of glucose trans-
port.*> Histamine has been shown to increase glucose uptake in
cultured cardiac microvascular endothelial cells via activation
of HI receptors.*® Histamine receptors H1 and H2 have been
suggested to enhance the availability of glucose to skeletal
muscles by facilitating capillary permeability to the intersti-
tium following exercise.*’** Unlike histamine, serotonin can
directly increase glucose uptake by coupling with 5-HT,4
receptors located on skeletal muscle cells. Taken together,
S&H can modulate intracellular Ca*™ and glucose levels, pos-
sibly accounting for the increased tetanic forces and resistance
to injury we observed in the 3D culture model following S&H
treatment. Moreover, serotonin receptor stimulators have been
found to be effective in restoring respiratory abnormalities in
rats. Thus, the cardiorespiratory symptoms of DMD potentially
can be potentially resolved with S&H therapy by the combina-
torial effects on the cardiovascular and respiratory systems.”°
However, the approach must be refined considerably to allow
for safe translation into clinical development.

Muscle from DMD™ mice is histologically indistinguish-
able from that of normal mice early in postnatal development.
Between weeks 3 and 6, the muscle undergoes severe degen-
eration and becomes hypertrophic in the limbs. Subsequently,
the majority of the skeletal muscle enters a relatively stable
phase due to robust regeneration through adulthood. Yet,
despite the muscles’ large size, they are comparatively weaker
since their maximum force output per muscle cross-sectional
area is usually lower.’'? This explains the observed weight
differences and the performance results between the wild-type
and dystrophic mice in this study (Figure 5A). Interestingly,
serotonin-only treatment did not cause an increase in muscle
strength throughout the study, suggesting that the role of ser-
otonin in muscle repair is not enough to increase muscle
strength. Combination therapy was somewhat effective, and
the histamine-only treated mice had the best scores compared
to the other 2 treatments. This is possibly because histamine is
able to regulate a broader range of cellular activities compared
to serotonin, such as cytosolic Ca®" levels, glucose transport,
neurotransmission, and vasodilation.

There is some correlation between mutations in the DMD
gene and the resulting disease severity in human patients. The
vast majority of DMD mutations result in the complete absence
of dystrophin, whereas the presence of low levels of a truncated
protein results in the milder form of the disease, Becker
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muscular dystrophy. In addition to these diseases, mutations in
the genes encoding many components of the dystrophin-
associated protein complex cause other forms of muscular dys-
trophy such as the limb-girdle muscular dystrophies and con-
genital muscular dystrophy. The Mdx mouse lacks full-length
dystrophin protein because of a point mutation in exon 23 of
the DMD gene, which forms a premature stop codon.>* How-
ever, the mdx mouse still retains expression of some COOH-
terminal dystrophin isoforms. Interestingly, mice also lacking
this COOH- terminal display phenotypical similarities to the
mdx mouse, arguing that the full-length dystrophin is the func-
tionally significant isoform in mouse muscle and partially func-
tioning protein does not result in milder disease phenotype.>*
Therefore, testing the therapeutic effect of S&H in less severe
forms of muscular dystrophy in a mouse model remains elusive.

To the best of our knowledge, this is the first report of the
use of S&H in both 3D functional muscle tests and an animal
model of DMD to assess muscle strength and repair. The pres-
ent study suggests that there is a foundation for further inves-
tigation of S&H or histamine-only therapy which can
potentially increase muscle strength and reduce contractile-
induced injury. Although there is a need for more extensive
in vivo and in vitro work, including investigating the gene
expression profiles, muscle histology, and cardiorespiratory
assessments, this report provides valuable preliminary insight
for future studies.

Acknowledgments
The authors thank Christoph Schorl, PhD, and Herman Vandenburgh,

PhD, from Brown University for their critical contribution in conduct-
ing the experiments and writing this article.

Declaration of Conflicting Interests

The author(s) declared no potential conflicts of interest with respect to
the research, authorship, and/or publication of this article.

Funding

The author(s) received no financial support for the research, author-
ship, and/or publication of this article.

References

1. Hoffman EP, Brown RH Jr, Kunkel LM. Dystrophin: the protein
product of the Duchenne muscular dystrophy locus. Cell. 1987;
51(6):919-928.

2. Mendell JR, Shilling C, Leslie ND, et al. Evidence-based path to
newborn screening for Duchenne muscular dystrophy. Ann Neu-
rol. 2012;71(3):304-313.

3. Blau HM, Webster C, Pavlath GK. Defective myoblasts identified
in Duchenne muscular dystrophy. Proc Natl Acad Sci U S A.
1983;80(15):4856-4860.

4. Allen DG, Whitehead NP. Duchenne muscular dystrophy—what
causes the increased membrane permeability in skeletal muscle?
Int J Biochem Cell Biol. 2011;43(3):290-294.

5. Tidball JG, Law DIJ. Dystrophin is required for normal thin
filament-membrane associations at myotendinous junctions. Am
J Pathol. 1991;138(1):17-21.

10.

11.

12.

13.

14.

15.

17.

18.

20.

21.

22.

. Fukada S, Morikawa D, Yamamoto Y, et al. Genetic background

affects properties of satellite cells and mdx phenotypes. Am J
Pathol. 2010;176(5):2414-2424.

. Khurana TS, Davies KE. Pharmacological strategies for muscular

dystrophy. Nat Rev Drug Discov. 2003;2(5):379-390.

. Cirak S, Arechavala-Gomeza V, Guglieri M, et al. Exon skipping

and dystrophin restoration in patients with Duchenne muscular
dystrophy after systemic phosphorodiamidate morpholino oli-
gomer treatment: an open-label, phase 2, dose-escalation study.
Lancet. 2011;378(9791):595-605.

. Goemans NM, Tulinius M, van den Akker JT, et al. Systemic

administration of PRO051 in Duchenne’s muscular dystrophy.
N Engl J Med. 2011;364(16):1513-1522.

Zanetta C, Nizzardo M, Simone C, et al. Molecular therapeutic
strategies for spinal muscular atrophies: current and future clinical
trials. Clin Ther. 2014;36(1):128-140.

Yokota T, Nakamura A, Nagata T, et al. Extensive and prolonged
restoration of dystrophin expression with vivo-morpholino-
mediated multiple exon skipping in dystrophic dogs. Nucleic Acid
Ther. 2012;22(5):306-315.

Squire S, Raymackers JM, Vandebrouck C, et al. Prevention of
pathology in mdx mice by expression of utrophin: analysis using
an inducible transgenic expression system. Hum Mol Genet. 2002;
11(26):3333-3344.

McGreevy JW, Hakim CH, McIntosh MA, Duan D. Animal mod-
els of Duchenne muscular dystrophy: from basic mechanisms to
gene therapy. Dis Model Mech. 2015;8(3):195-213.

Bulfield G, Siller WG, Wight PA, Moore KJ. X chromosome-
linked muscular dystrophy (mdx) in the mouse. Proc Natl Acad
Sci US A. 1984;81(4):1189-1192.

Carpenter JL, Hoffman EP, Romanul FC, et al. Feline muscular
dystrophy with dystrophin deficiency. Am J Pathol. 1989;135(5):
909-919.

. Gutpell KM, Hrinivich WT, Hoffman LM. Skeletal muscle fibro-

sis in the mdx/utrn+/- mouse validates its suitability as a murine
model of Duchenne muscular dystrophy. PLoS One. 2015;10(1):
e0117306.

Partridge TA, Morgan JE, Coulton GR, Hoffman EP, Kunkel LM.
Conversion of mdx myofibres from dystrophin-negative to -pos-
itive by injection of normal myoblasts. Nature. 1989;337(6203):
176-179.

Manning J, O’Malley D. J. What has the mdx mouse model of
Duchenne muscular dystrophy contributed to our understanding
of this disease? Muscle Res Cell Motil. 2015;36(2):155-167.

. Vandenburgh H, Shansky J, Benesch-Lee F, et al. Drug-screening

platform based on the contractility of tissue-engineered muscle.
Muscle Nerve. 2008;37(4):438-447.

Vandenburgh H. High-content drug screening with engineered
musculoskeletal tissues. Tissue Eng Part B Rev. 2010;16(1):
55-64.

Mann CJ, Perdiguero E, Kharraz Y, et al. Aberrant repair and
fibrosis development in skeletal muscle. Skelet Muscle. 2011;
1(1):21.

Swaggart KA, McNally EM. Modifiers of heart and muscle func-
tion: where genetics meets physiology. Exp Physiol. 2014;99(4):
621-626.



Dose-Response: An International Journal

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Bekkers JM. Enhancement by histamine of NMDA-mediated
synaptic transmission in the hippocampus. Science. 1993;
261(5117):104-106.

Khanna OP, DeGregorio GJ, Sample RC, McMichael RF. Hista-
mine receptors in urethrovesical smooth muscle. Urology. 1977,
10(4):375-381.

Haas HL, Sergeeva OA, Selbach O. Histamine in the nervous
system. Physiol Rev. 2008;88(3):1183-1241.

Jutel M, Blaser K, Akdis CA. The role of histamine in regu-
lation of immune responses. Chem Immunol Allergy. 2006;91:
174-187.

Parsons ME, Ganellin CR. Histamine and its receptors. BrJ Phar-
macol. 2006;147(suppl 1):s127-s135.

Murray KC, Nakae A, Stephens MJ, et al. Recovery of moto-
neuron and locomotor function after spinal cord injury depends
on constitutive activity in 5-HT2C receptors. Nat Med. 2010;
16(6):694-700.

Julius D, Huang KN, Livelli TJ, Axel R, Jessell TM. The SHT2
receptor defines a family of structurally distinct but functionally
conserved serotonin receptors. Proc Natl Acad Sci U S A. 1990;
87(3):928-932.

Corson MA, Alexander RW, Berk BC. HT2 receptor mRNA is
overexpressed in cultured rat aortic smooth muscle cells relative
to normal aorta. Am J Physiol. 1992;262(2 pt 1):¢309-c315.
Haberzettl R, Fink H, Bert B. The murine serotonin syndrome—
evaluation of responses to 5-HT-enhancing drugs in NMRI mice.
Behav Brain Res. 2015;277:204-210.

Spencer PS, West GB. Sensitivity of the hyperthyroid and
hypothyroid mouse to histamine and 5-hydroxytryptamine. Br J
Pharmacol Chemother. 1961;17(1):137-143.

Pericin C, Thomann P. Comparison of the acute toxicity of clio-
quinol, histamine, and chloroform in different strains of mice.
Arch Toxicol Suppl. 1979;(2):371-373.

Vandenburgh H, Shansky J, Benesch-Lee F, et al. Automated
drug screening with contractile muscle tissue engineered from
dystrophic myoblasts. FASEB J. 2009;23(10):3325-3334.
Guillet-Deniau I, Burnol AF, Girard J. Identification and locali-
zation of a skeletal muscle serotonin 5-HT2A receptor coupled to
the Jak/STAT pathway. J Biol Chem. 1997;272(23):14825-14829.
Hajduch E, Dombrowski L, Darakhshan F, Rencurel F, Marette A,
Hundal HS. Biochemical localisation of the 5-HT2A (serotonin)
receptor in rat skeletal muscle. Biochem Biophys Res Commun.
1999;257(2):369-372.

Haghikia A, Ricke-Hoch M, Stapel B, Gorst I, Hilfiker-Kleiner D.
STAT3, a key regulator of cell-to-cell communication in the
heart. Cardiovasc Res. 2014;102(2):281-289.

Reich NC. STATs get their move on. JAKSTAT. 2013;2(4):
€27080.

Kishimoto T, Taga T, Akira S. Cytokine signal transduction. Cell.
1994;76(2):253-262.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Carre-Pierrat M, Mariol MC, Chambonnier L, et al. Blocking of
striated muscle degeneration by serotonin in C. elegans. J Muscle
Res Cell Motil. 2006;27(3-4):253-258.

Gaud A, Simon JM, Witzel T, Carre-Pierrat M, Wermuth CG,
Ségalat L. Prednisone reduces muscle degeneration in
dystrophin-deficient Caenorhabditis elegans. Neuromuscul Dis-
ord. 2004;14(6):365-370.

Kotlikoff MI, Murray RK, Reynolds EE. Histamine-induced cal-
cium release and phorbol antagonism in cultured airway smooth
muscle cells. Am J Physiol. 1987;253(4 pt 1):c561-c566.
Khankoeva Al, Dukhanin AS, Galenko-Iaroshevskii PA. Mechan-
isms of histamine-induced raise in calcium levels in cardiomyo-
cytes; relative effectiveness of histamine receptors blockers. Bull
Exp Biol Med. 1997;123(4):414-416.

Baylor SM, Hollingworth S. Intracellular calcium movements
during excitation contraction coupling in mammalian slow-
twitch and fast-twitch muscle fibers. J Gen Physiol. 2012;
139(4):261-272.

Watanabe H, Rose MT, Aso H. Role of peripheral serotonin in
glucose and lipid metabolism. Curr Opin Lipidol. 2011;22(3):
186-191.

Thomas J, Linssen M, van der Vusse GJ, et al. Acute stimulation
of glucose transport by histamine in cardiac microvascular
endothelial cells. Biochim Biophys Acta. 1995;1268(1):88-96.
Pellinger TK, Simmons GH, Maclean DA, Halliwill JR. Local
histamine H(1-) and H(2)-receptor blockade reduces postexercise
skeletal muscle interstitial glucose concentrations in humans.
Appl Physiol Nutr Metab. 2010;35(5):617-626.

Lockwood JM, Wilkins BW, Halliwill JR. H1 receptor-mediated
vasodilatation contributes to postexercise hypotension. J Physiol.
2005;563(pt 2):633-642.

McCord JL, Halliwill JR. H1 and H2 receptors mediate postex-
ercise hyperemia in sedentary and endurance exercise-trained
men and women. J Appl Physiol (1985). 2006;101(6):1693-1701.
Teng YD, Bingaman M, Taveira-DaSilva AM, Pace PP, Gillis
RA, Wrathall JR. Serotonin 1A receptor agonists reverse respira-
tory abnormalities in spinal cord-injured rats. J Neurosci. 2003;
23(10):4182-4189.

Lynch GS, Hinkle RT, Chamberlain JS, Brooks SV, Faulkner JA.
Force and power output of fast and slow skeletal muscles from
mdx mice 6-28 months old. J Physiol. 2001;535(pt 2):591-600.
Bulfield G, Siller WG, Wight PA, Moore KJ. X-chromosome-
linked muscular dystrophy (mdx) in mouse. Proc Natl Acad Sci.
1984;81(4):1189-1192.

Sicinski P, Geng Y, Ryder Cook AS, Barnard EA, Darlison MG,
Barnard PJ. The molecular basis of muscular dystrophy in the
mdx mouse: a point mutation. Science. 1989;244(4912):
1578-1580.

Wertz K, Fuchtbauer EM. Dmd(mdx-beta geo): a new allele for
the mouse dystrophin gene. Dev Dyn. 1998;212(2):229-241.




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 266
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Average
  /ColorImageResolution 175
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50286
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 266
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /GrayImageResolution 175
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50286
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 900
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 175
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50286
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (U.S. Web Coated \050SWOP\051 v2)
  /PDFXOutputConditionIdentifier (CGATS TR 001)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /ENU <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        9
        9
        9
        9
      ]
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements true
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 9
      /MarksWeight 0.125000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
  /SyntheticBoldness 1.000000
>> setdistillerparams
<<
  /HWResolution [288 288]
  /PageSize [612.000 792.000]
>> setpagedevice


