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Lack of sarcolemma-localized neuronal nitric oxide synthase mu
(nNOSp) contributes to muscle damage and fatigue in dystrophic
muscle. In this study, we examined the effects of compensating for
lack of nNOS with a phosphodiesterase type 5 (PDES5) inhibitor in
mdx mice following downhill running and endurance training. Dys-
trophic mice (mdx) were treated with sildenafil citrate and compared
with untreated mdx and wild-type mice after an acute bout of downhill
running and during a progressive low-intensity treadmill running
program (5 days/wk, 4 wk). Magnetic resonance imaging (MRI) and
spectroscopy (MRS) transverse relaxation time constant (T») of
hindlimb and forelimb muscles were measured as a marker of muscle
damage after downhill running and throughout training. The MRI
blood oxygenation level dependence (BOLD) response and 3'phos-
phorus MRS (*'P-MRS) data were acquired after stimulated muscle
contractions. After downhill running, the increase in T> was attenu-
ated (P < 0.05) in treated mdx and wild-type mice compared with
untreated mdx. During training, resting T» values did not change in
wild-type and mdx mice from baseline values; however, the running
distance completed during training was greater (P < 0.05) in treated
mdx (>90% of target distance) and wild-type (100%) than untreated
mdx (60%). The post-contractile BOLD response was greater (P <
0.05) in treated mdx that trained than untreated mdx, with no differ-
ences in muscle oxidative capacity, as measured by >!P-MRS. Our
findings indicate that PDES inhibition reduces muscle damage after a
single bout of downhill running and improves performance during
endurance training in dystrophic mice, possibly because of enhanced
microvascular function.

NEW & NOTEWORTHY This study examined the combined ef-
fects of PDES inhibition and exercise in dystrophic muscle using
high-resolution magnetic resonance imaging and spectroscopy. Our
findings demonstrated that sildenafil citrate reduces muscle damage
after a single bout of downhill running, improves endurance-training
performance, and enhances microvascular function in dystrophic mus-
cle. Collectively, the results support the combination of exercise and
PDES inhibition as a therapeutic approach in muscular dystrophies
lacking nNOS .
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INTRODUCTION

Mutations in the dystrophin gene lead to the absence or
production of nonfunctional dystrophin protein (19). Dystro-
phin functions to anchor cellular contractile proteins to the
sarcolemma, and lack of dystrophin results in diminished
levels of neuronal nitric oxide synthase mu (nNOS) (6, 25).
The importance of targeting nNOS as a potential therapeutic
intervention in pathologies lacking dystrophin, such as Duch-
enne muscular dystrophy (DMD), is presently unclear. nNOS
is localized at the sarcolemmal membrane and has been impli-
cated in a number of important roles, including maintaining
local muscle perfusion during and following activity (25, 45,
46), stimulating hypertrophy (15), enhancing mitochondrial
biogenesis (4, 9), modulating ryanodine receptor Ca’>" release
(55), and microtubule organization (9). Furthermore, in dys-
trophic muscle, lack of nNOSw has been linked to enhanced
inflammation and muscle damage (10, 15, 25).

A potential intervention aimed at compensating for lack of
nNOSp in dystrophic muscle is phosphodiesterase type 5
(PDEY5) inhibitors, which function to attenuate the degradation
of cyclic guanosine 3’,5’-monophosphate (cGMP), a down-
stream target of nitric oxide. Sildenafil citrate (Viagra) and
tadalafil (Cialis) are commercially available PDES5 inhibitors
that have been shown to have beneficial effects in both animal
models and individuals with DMD. In animal models of DMD,
benefits have included reduced muscle edema (25) and damage
(38), improved muscle function (9), and extended life expec-
tancy in zebrafish (23). Furthermore, PDES inhibition has been
suggested to improve mitochondrial function and improve
oxidative phenotype in mdx mice (9). In boys with DMD, both
sildenafil and tadalafil were observed to restore functional
sympatholysis, oxygenation, and blood flow during and fol-
lowing handgrip exercise (33). On the other hand, in a recent
clinical trial of DMD (NCT 01865084), tadalafil (Cialis) failed
to improve the primary end-point measure of performance
during the 6-min walk test; however, this trial had some
potential limitations, such as a heterogenous subject population
and inclusion of subjects with limited muscle mass (50).
Furthermore, given the close link between muscle contractions
and nNOSu (21, 35, 43), the benefits of PDES inhibition on

1737

Downloaded from www.physiology.org/journal/jappl at Florida State Univ Stozier Lib (146.201.225.128) on August 1, 2019.


http://doi.org/10.1152/japplphysiol.00664.2018
mailto:scforbes@phhp.ufl.edu

1738

dystrophic skeletal muscle may be most effective when com-
bined with regular exercise. Therefore, in this study, we com-
bined PDES inhibition with a progressive low-intensity tread-
mill training protocol. Previous studies examining the effects
of PDES inhibition in dystrophic muscle have not combined a
PDES inhibitor intervention with regular daily aerobic exercise
training (9, 25, 38).

Longitudinal changes in skeletal muscles can be evaluated
noninvasively using magnetic resonance (MR) imaging (MRI)
and spectroscopy (MRS), and a variety of MR methods have
been widely used to monitor disease progression and treatment
in dystrophic muscle (51, 53, 54). Muscle transverse relaxation
time constant (T») is elevated after eccentric exercise (12, 29)
and has been utilized as a marker of muscle damage in both
healthy and dystrophic muscle (12, 30). Specifically, MR T,
has been linked to processes associated with edema/inflamma-
tion (14) and sarcolemma integrity measured by Evans blue
dye (30).

As a result, this longitudinal study examined the effect of
PDES inhibition after an acute bout of downhill running and
during progressive low-intensity endurance training in mdx
mice monitored with T,. We hypothesized that PDES inhibi-
tion (sildenafil citrate) will /) reduce muscle damage following
an acute bout of eccentric-biased exercise (downhill running)
and 2) improve exercise performance during low-intensity
treadmill training over 4 wk without exacerbating muscle
damage in mdx mice. In addition, we hypothesized that the
benefits of sildenafil citrate would be associated with an im-
proved post-contractile MRI blood oxygenation level depen-
dence (BOLD) response, an indicator of microvascular func-
tion (47), and faster phosphocreatine (PCr) recovery rate mea-
sured with 3'phosphorus MRS (*'P-MRS), an in vivo marker
of muscle oxidative capacity (31, 34).

MATERIALS AND METHODS

Animals. The study was approved by the University of Florida
(Gainesville, FL) Institutional Animal Care and Use Committee. A
total of 28 mdx (C57BL/10ScSn-Dmd™#/J) and 10 wild-type adult
mice (C57BL/10ScSnJ) were used for this study (13—-48 wk of age).
Mice were housed in a regulated Association for Assessment and
Accreditation of Laboratory Animal Care accredited facility (12-h
light/dark, 22°C, 42% humidity) and provided food ad libitum. Silde-
nafil citrate was administered as described previously (38). Briefly,
sildenafil citrate (100-mg tablet; Viagra; Pfizer) was dissolved in
water and administered via water bottles (400 mg/l) in their cages ad
libitum at the start of the protocol after baseline measures and
continued for the duration of the study (Fig. 1). This protocol has
previously been observed to result in an average concentration of
sildenafil in blood of 70 nM (SE 0.05) over 24 h in mdx mice (1, 37).

Exercise and training protocol. To examine the effect of PDES5
inhibition on an acute bout of muscle damage in vivo, mdx mice were

Sildenafil citrate Rx
(Treatment Group)
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randomized into a treated (n = 14) and untreated group (n = 14) and
performed downhill running (14° downbhill slope; speed 6—12m/min;
maximum time: 60 min) using a motorized treadmill for small animals
(Treadmill Simplex II; Columbus Instruments) (30). In addition, 10
wild-type mice performed the downhill running protocol. During
treadmill running, an investigator continuously observed the mice to
ensure the appropriate running speed was maintained. For those in the
treatment group, sildenafil citrate was provided for 24 h before the
downhill running protocol. MRI and MRS measures were acquired at
baseline and 24 h after the downhill running protocol.

To examine the role of exercise training, subsets of mdx and
wild-type mice underwent a low-intensity endurance treadmill train-
ing protocol (Fig. 1). There were a total of four groups (n = 5/group):
mdx mice that trained (mdx"*"), mdx that were administered sildenafil
citrate (mdx*"), mdx mice that both trained and were provided silde-
nafil citrate (mdx"*"*s1) and wild-type mice that trained. The train-
ing incorporated a progressive interval-training regimen of horizontal
running on a treadmill 5 days/wk over 4 wk (21). For the first wk,
mice underwent a 30 min/day acclimatization period at a low speed (8
m/min) (Fig. 1). This acclimatization period was followed by 3 wk of
interval training with increasing time of the bouts of exercise at a
speed of 12 m/min separated by 1 min of rest. The duration of
intervals systematically increased every 2-3 sessions (starting from
1-min intervals) with rest time between intervals remaining at 1 min.
The running time of the intervals gradually increased with a goal of
running 300 m (25 min) continuously during the final (fourth) wk
of training. After completing the training, all mice underwent a bout
of downhill running to volitional fatigue on a separate day (30).

MRI and MRS. MRI/MRS data were acquired using 4.7 T and
11.1T MR systems (Agilent, Santa Clara, CA). Animals were anes-
thetized before and during scanning using isoflurane (3% induction,
0.75%-1% maintenance). Respiratory rate and temperature were
monitored throughout the scans to ensure maintenance of anesthesia,
and a heating system with flexible water pads was used to keep the
animal warm during the scans. A custom-built 200-MHz 'H solenoid
coil with 2-cm internal diameter was used to image both forelimbs and
hindlimbs (separate scans and set-up). MR T> was acquired using two
methods. First, a single voxel '"H-MRS sequence was utilized with
multiple echo times (TEs) to evaluate 'H>O T». This method provides
a high-confidence measure but is limited in spatial coverage, as only
a single region is acquired (Fig. 2). Second, an MRI T, multi-slice
spin echo sequence was performed and enabled multiple muscles to be
evaluated with a single acquisition. The details for these sequences are
provided below.

'H,O T, was assessed using single voxel stimulated echo acquisi-
tion mode (STEAM) in the deep medial compartment (MC) of the
lower hindlimbs and the anterior compartment (AC) of the upper
forelimbs (voxel: 3 X 3 X 3 mm?; repetition time (TR): 9,000 ms; TE:
5-200 ms; 10-32 points exponentially spaced). Pilot studies showed
these muscle regions to be sensitive to muscle damage after downhill
running in mdx mice. Principal component analysis followed by
mono-exponential nonlinear curve fitting analysis was performed on
the spectroscopic data acquired using in-house developed software
with Interactive Data Language (IDL, Exelis, version 8.5) (13, 49).

Low-intensity treadmill training (Wild-type, mdxtrin, mdxtrain+sil)

or

No training (mdxst)

Baseline

Downhill Downhill
- - — . - MRI/MR!
MRI/MRS 244 Running MRI/MRS /MBS

*4 weeks Running 4 hr

*MRI/MRS were performed at the end of each week of training

Fig. 1. Experimental timeline used to examine the effect of PDES inhibitor on downhill running and during progressive low-intensity treadmill training. MRI,
magnetic resonance imaging; MRS, magnetic resonance spectroscopy; PDES, phosphodiesterase type 5.
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Fig. 2. A: representative transverse relaxation
time constant (T»)-weighted axial images
(TR: 2 s; TE: 40 ms) of the upper forelimbs
and lower hindlimbs of a wild-type and an
untreated mdx mouse following downhill
running. B: example single voxel 'H-MRS
spectra acquired from the deep medial region
of the lower hindlimb. C: MR T, was calcu-
lated using a mono-exponential equation.
MR, magnetic resonance; MRS, magnetic
resonance spectroscopy; TE, echo time; TR,
repetition time.

Proton-weighted T> spin echo images were acquired from mouse
lower hindlimbs (TR: 2,000 ms; TE:14 and 40 ms; field of view:
10-15 mm X 10-15 mm; slices: 12; slice thickness: 10 mm; acqui-
sition matrix: 128 X 256). Regions of interest representing the
posterior compartment (PC), AC, and deep MC muscles were drawn
over 5-8 slices using OsiriX software (Geneva, Switzerland) to
calculate signal intensity (SI) (30, 51). T, was calculated assuming a
single exponential decay curve (51) with the following equation:

40 ms — 14 ms

Ty ——— I
2 SIM (@)

"SL

Post-contractile MRI-BOLD response. The MRI-BOLD response
was measured in the posterior hindlimb muscles following tetanic
contractions by using electrodes to stimulate the sciatic nerve (2 s, 100
Hz, 1-ms pulses, 8 V), similar to the set-up described previously (26).
For the post-contractile BOLD measures, a spin echo sequence (TR:
2 s; effective TE: 19 ms; axial slice thickness: 1 mm; field of view: 40
mm (read) X 20 mm (phase); acquisition matrix: 128 X 32). A region
of interest in the PC of the mouse hindlimb was traced using OsiriX
software, and the SI following the muscle contractions was plotted
over time to determine the peak post-contractile BOLD response

Pre Post Pre Post Pre Post

Pre Post Pre Post P're Pc;st

normalized to baseline using Microsoft Excel for Mac 2011 (Version
14.7.7).

#!Phosphorus MRS. *'P-MRS data were acquired using 11.1-T/
470MHz Agilent system (Agilent, Palo Alto, CA) with VNMRJ 2.3
software. Mice were positioned supine with the hindlimb extended
and right foot attached to a foot plate, with an oblong transmit/receive
31P surface coil (6 mm X 12 mm) centered on the posterior region of
the lower hindlimb. Also, a 'H tuned surface coil (15 mm X 15 mm)
was placed adjacent to the hindlimb for localized shimming of the
posterior hindlimb region. *'P-MRS data were acquired with the
following parameters: TR 1 s; 15 number of signal averages (NSA);
2,048 data points; 8 k sweep width. Measures were obtained from the
posterior lower hindlimb at rest and during a bout of muscle contrac-
tions at 2 Hz for 2 min with 10-min recovery. The PCr peak in the
spectra was fit using principal component analysis, and the time
constant of PCr recovery (PCt) was calculated using a mono-expo-
nential equation (11, 31). The relative concentration of inorganic
phosphate (P;) and PCr was quantified using the Advanced Method for
Accurate, Robust and Efficient Spectral (AMARES) fitting algorithm
of jJMRUI (version 5.0). This analysis was performed in the time
domain with zero and first order phasing, PCr set at 0 ppm for
reference, and using estimated starting values and prior knowledge. In

Fig. 3. A: 'TH-MRS 'H-O transverse relaxation time
constant (T2) in upper anterior forelimb muscles
before and following an acute bout of downhill
running in wild-type (n = 10), mdx (n = 14), and
treated mdx (mdx*'; n = 14) mice. B: '"H-MRS
'"H,O T of the medial deep region of hindlimb
muscles before and following downhill running in
wild-type (n = 10), mdx (n = 14), and treated mdx
(mdx*"; n = 14) mice. Paired -test with Bonferroni
correction were used to examine differences in T»
pre- and post-downhill running. *Significantly dif-
ferent from pre-downhill running at P < 0.05.

Wild-type  mdx mdxsi! Wild-type

mdx

MRS, magnetic resonance spectroscopy.

mdxsi!
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Fig. 4. A: MRS 'H>O transverse relaxation time A

constant (T») of the mdx mice measured weekly 40
during training showed no changes in '"H,O T> from
baseline. B: percentage of prescribed distance cov-
ered by wild-type and by mdx mice that trained
without treatment (mdx"*") and with sildenafil ci-
trate treatment (mdx™"*sil; n = 5/group). Note that
running volume during training was reduced (P <
0.05) in untreated mdx mice compared with treated
mdx and wild type. Two-way analysis of variance
(treatment group vs. time) with Tukey post hoc

TH,0 T, (ms)
N w
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-
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analysis were performed. *Significantly different
(P < 0.05) from wild type. Values are mean (SD).
MRS, magnetic resonance spectroscopy.

addition, intracellular pH (pHi) was determined at rest and at the end
of exercise using the relative chemical shift difference between Pi and
PCr (44).

Histology. After 4 wk of training, gastrocnemius muscles were
harvested, embedded in TissueTek optimum cutting temperature com-
pound (Sakura Finetek, Torrence, CA), and frozen using isopentane
chilled in liquid nitrogen. Using Leica cryostat, 7-10-pm frozen
sections were obtained from the mid-belly region of gastrocnemius
muscle. Multiple sections were taken and kept at room temperature for
20-30 min before staining for fibrosis using Masson’s trichrome
staining (Thermo Scientific 87019) and for inflammatory markers and
macrophages using CD45 (Purified Rat Anti-Mouse CD45; BD
PharMingen) and F4/80 antibodies (Thermo Fisher Scientific, catalog
no. MF-48000, Research Resource Identifier (RRID) AB_10376289).
Slides were imaged using a digital camera (Leica Microsystems,
Solms, Germany) and analyzed using ImageJ 1.48v (National Insti-
tutes of Health) software.

Statistics. All statistical analyses were performed using Prism 6.0
(GraphPad Software, La Jolla, CA). Paired r-test with Bonferroni
correction were used to examine differences in T, pre- and post-
downhill running and running distance pre- and post-training. Two-
way analysis of variance (treatment group vs. time) with Tukey post
hoc analysis was performed to analyze T, and total distance over 4
wk. One-way analysis of variance was used to compare the post-
contractile BOLD response and fibrosis at end of training. Signifi-
cance levels were set at an alpha level of 0.05, and results are
expressed as mean (SD).

RESULTS

Effect of acute bout of downhill running. At baseline, "H,O
T, was elevated (P < 0.05) in mdx compared with wild-type
mice in both the hindlimb MC and forelimb AC (Fig. 3).
Following downhill running, there was a significant increase in
T> (P < 0.05) of untreated mdx mice compared with baseline
in the hindlimb MC and forelimb AC (Fig. 3). In the mdx mice
treated with sildenafil citrate and in wild-type mice, there was
no increase in T, of the MC, indicating a beneficial effect of the
treatment in the dystrophic mice. Also, although an increase in
T, (P < 0.05) of the forelimb muscle AC after downbhill
running in treated mdx mice was observed, this increase was
less (12%) than in the untreated mdx mice (33%; Fig. 3).

Effect of low-intensity treadmill training on muscle damage
in mdx mice. After examining the effects of an acute bout of
downhill running, we next examined the effects of 4 wk of
treadmill running with and without sildenafil citrate treatment
in mdx mice and in untreated wild-type mice. In comparison to
wild-type mice, all mdx groups presented with greater T,
values in both hindlimb and forelimb muscles at baseline and
during training (Fig. 4, Table 1). Furthermore, there was no
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change within groups in T, of hindlimb muscles over 4 wk of
training in any of the mdx or wild-type groups as measured by
MRI and MRS (Fig. 4, Table 1).

Exercise performance was compared based on percent (%)
of total prescribed distance covered each wk. Wild-type and
mdx™" sl mice were able to complete nearly all the training
(i.e., >90%) (Fig. 4). On the other hand, mdx'™" mice were not
able to complete the majority of the training sessions (67%),
and their overall percentage of total distance covered each wk
was lower (P < 0.05) than the other 2 groups (Fig. 4).

When comparing total distance run during the downhill
running pre- and post- training, all groups performed signifi-
cantly better after training (Fig. 5). This increase in distance
was accentuated in mdx mice on sildenafil citrate treatment
(Fig. 5). After training, there was no significant increase in
hindlimb muscle MRI T5 of the AC, MC, or PC after downhill
running in the wild-type or mdx groups compared with before
downhill running.

Microvascular function was estimated by examining the
peak MRI-BOLD response following brief tetanic contractions
among the wild-type and mdx groups. The peak BOLD re-
sponse was observed to be lower in mdx™" compared with
wild-type and mdx"* sl (Fig. 6).

3IP-MRS was used to measure high-energy phosphates and
pHi in the posterior hindlimb muscles at rest and during and

Table 1. MRI T- of hindlimb muscles over 4 wk of training

Week 1 Week 2 Week 3 Week 4

Tibialis anterior, ms

Wild-type 24.52.1) 22.8(2.5) 233(22) 23.1(1.6)

mdxtrain 263 (4.1) 255Q2.7) 24722) 25.1(1.7)

mdxtraintsil 26.1 (23) 25.6(1.8) 256(2.6) 25.8(3.3)
Medial compartment, ms

Wild-type 243(2.1) 24135 23720 242(.6)

mdxtrain 26.1(1.8) 25.2(1.9) 253(1.6) 26.3(2.0)

mdxtraintsil 27.6(22) 253(1.5) 257(1.6) 26.1(Q2.1)
Gastrocnemius, ms

Wild-type 243 (1.2) 23.8(1.5) 235(1.3) 24.3(1.0)

mdxtrain 264 (1.7) 249(1.2) 255(1.3) 26.0(1.5

mdxtraintsil 269 (1.8) 25.6(1.0) 25.1(1.0) 25.1(1.3)

Values are mean (SD). mdx"", mdx mice that trained without treatment;
mdxin il gndx mice that trained with sildenafil citrate treatment; MRI,
magnetic resonance imaging. Two-way ANOVA (group X time) was used to
examine changes in muscle T» over 4 wk of progressive low-intensity treadmill
training across three hindlimb muscle groups/region in wild-type (n = 5),
mdx™" (n = 5), and mdx"™"*si! (n = 5). MRI transverse relaxation time
constant (T2) values were greater (P < 0.05) in mdx than wild-type mice, but
no changes (>0.05) over time were evident.
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Fig. 5. Total distance run by mice during the downhill running protocol
performed before and after training in wild-type and mdx mice without
treatment (mdx"™") and that trained with sildenafil citrate treatment
(mdx'in*sily and in mdx mice treated with sildenafil citrate without training
(mdx*'; n = 5/group). Note that the mice in the treatment groups (mdx2n+sil
and mdx*") were administered sildenafil citrate before the pretraining downhill
run. Paired #-tests with Bonferroni correction were used for comparisons of
before and after training. Values are expressed as percent of maximum
distance. *Significantly different from pretraining at P < 0.05.

following stimulated contractions. PCr/(Pi + PCr) and pH; at
rest and after muscle contractions were not different among the
wild-type and treated and untreated mdx groups (Table 2). The
PCr recovery time constant (t) was reduced in wild-type
compared with all mdx groups following training, with no
differences observed among the treated and untreated mdx
groups (Fig. 7).

To investigate the effect of training and sildenafil citrate
treatment on muscle histopathology, muscle cryosections from
all the groups of mice were stained with Masson’s trichrome to
quantify the accumulation of intramuscular fibrosis. All the
mdx groups had greater (P < 0.05) fibrosis than wild type, with
no significant differences among the mdx groups (Fig. 8A).
Similar results were observed when normalizing the fibrotic
tissue to training volume [mdx™": 3.3% (SD 3.3); mdxtrain+sil;
5.1% (SD 5.6); wild-type: 0.3% (SD 0.1)]. In addition, exam-
ination of inflammatory cell markers revealed all mdx groups
had higher number of CD45™ cells (Fig. 8B) and F4/80 cells
per unit area (mm?) than wild type, with no significant differ-
ences among mdx treatment/training groups.
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DISCUSSION

This study is the first to examine the combined effects of
exercise training and PDES5 inhibitor on muscle damage and
microvascular function as measured by MRI/MRS in a dystro-
phic mouse model (mdx). The main findings were: 7) PDES
inhibition (sildenafil citrate) attenuated the increase in T, in
forelimb and hindlimb muscles following an acute bout of
downhill running in mdx mice, indicating reduced inflamma-
tion/edema and muscle damage; 2) PDES inhibition enabled
greater training volume without increasing skeletal muscle
damage in dystrophic mice; and 3) PDES inhibition increased
the post-contractile BOLD response in trained mdx mice,
indicating improved microvascular function.

Effects of sildenafil citrate on an acute bout of downhill
running. In this study, we observed that sildenafil citrate
reduced muscle damage in skeletal muscle 24 h after an acute
bout of downhill running. Previous studies have reported a
slow delayed rise in T, values that peak between 24 and 48 h
after downhill running and correlate with Evans blue dye
uptake, indicating sarcolemmal damage (29, 30). Based on
these findings, we examined muscle T> 24 h after downbhill
running and found a positive effect of PDES inhibition on T,
indicating reduced events associated with muscle damage.
These findings are consistent with Kobayashi et al. (25), who
found reduced SI of MR images after a short downhill running
protocol in treated mdx mice, although in that study quantita-
tive T values were not directly measured, as only a single TE
was acquired. Also, in that study the MR acquisitions were
made shortly (30 min) following the exercise, and the differ-
ences between mdx and wild type were attributed to impaired
perfusion due to an inability to blunt sympathetic vasoconstric-
tion. Therefore, the present study extends these findings by
demonstrating T> is improved with PDES inhibition in dystro-
phic muscle over a more extended period of time (24 h)
following eccentric-biased downhill running exercise.

Although there are many potential explanations for an
increase in MR T, the increase in this study is consistent
with events associated with inflammation and edema (12,
32). Another possible explanation is the shift in water
compartments due to lactate and acidosis. However, given
that the measures were acquired 24 h after exercise, it is
unlikely that any potential increase in muscle lactate and
acidosis would still be persistent at this time (16, 26). The
magnitude of a 3-ms (hindlimb MC) or 8-ms (forelimb AC)

Fig. 6. A: example post-contractile MRI blood oxygenation
level dependence (BOLD) response following brief (2 s) tetanic
stimulated contractions in an mdx mouse (timing of the stimu-
lated contractions is depicted with arrow). B: MRI peak BOLD
T response in wild-type mice that trained, in mdx mice that
trained without treatment (mdx"™™) and with sildenafil citrate
treatment (mdx"*" 1) and in mdx mice treated with sildenafil
citrate without training (mdx*'; n = 5/group). One-way analysis
of variance with Tukey multiple comparison test were used for
T comparisons. Values are mean (SD). *Significantly different

é‘\ from wild type; #significantly different from mdx"». MRI,
£ yp g y
&6 magnetic resonance imaging; SI, signal intensity.
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Table 2. Phosphorylated metabolites and intracellular pH in
the lower posterior hindlimb of mice at rest and at the end
of the stimulated contractions

Wild—lype mdxlrain ’ndxlrain+si] mdx““
Rest
PCr/(Pi+PCr) 0.89 (0.04) 0.90 (0.05) 0.89 (0.03) 0.87 (0.01)
PH; 720 (0.04)  7.22(0.06)  7.20 (0.06)  7.24 (0.02)
End exercise
PCr/(Pi+PCr) 0.31(0.12) 0.42 (0.14) 0.36 (0.23) 0.39 (0.07)
pHi 6.92 (0.06) 6.99 (0.08) 6.93 (0.11) 6.87 (0.06)

Values are mean (SD). mdx*!, mdx mice treated with sildenafil citrate
without training; mdx'™i", mdx mice that trained without treatment; mdxin*sil,
mdx mice that trained with sildenafil citrate treatment; PCr, phosphocreatine;
pHi, intracellular pH. No significant differences were observed among groups
in PCr/(PCr+Pi) and pH; at rest and at end exercise.

reduction in T, after downhill running appears to be relevant
and clinically meaningful to human studies in DMD. For
example, a drop in T, of 2—4 ms in lower leg muscles after
initiation of corticosteroids was associated with an improve-
ment in timed functional tests (2).

Our results are also consistent with a recent study that
examined PDES inhibitors on running performance performed
once per wk over 4 wk (9). In that study, tadalafil also
improved performance and reduced muscle damage. The ben-
efits were attributed to changes at multiple levels, including
increased protein synthesis efficiency, an improved actin net-
work organization of Z-disks, increased lipid metabolism, and
a switch toward slow oxidative fibers (9). Another potential
reason for the benefits of PDES inhibition is an increase in
perfusion due to blocking cGMP breakdown (36). The combi-
nation of reduced perfusion and increased fragility of dystro-
phic muscle has become known as the “two-hit hypothesis”
(3), and improving local blood flow with PDES inhibition may
alleviate the susceptibility to muscle damage.

Effects of exercise training and PDE5 inhibition in dystro-
phic muscle. Although the benefits following a single bout of
exercise are encouraging, ultimately an intervention will need
to be initiated over a more extended period of time to demon-
strate therapeutic efficacy. Therefore, in this study we evalu-
ated the effect of PDES inhibitor (sildenafil citrate) in combi-
nation with low-intensity exercise (treadmill training) in mdx
mice over 4 wk. We found that the mdx mice that received
sildenafil citrate were able to complete nearly all of the training
sessions (>90% of running distance) and perform significantly
better on downhill running with no additional damage.

Also of note, untreated mdx mice showed significantly lower
T, after downhill running and improved performance follow-
ing training compared with pretraining, supporting that exer-
cise alone can have beneficial effects and reduce the suscepti-
bility to muscle damage in mdx mice. Exercise studies in
muscular dystrophies are limited but have generally shown
exercise to have no detrimental effect when prescribed at low
intensities (20, 28). The positive effects of low-intensity exer-
cise have been shown with voluntary wheel running, swim-
ming, and treadmill training (7, 22). These exercise studies
have reported improvement in contractile properties, reduced
oxidative stress, and increase in grip strength and muscle
function in mdx mice (18, 22). Though exercise has a beneficial
effect, studies have also reported an inability to complete some
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training protocols (5, 7, 18). One of the potential contributing
factors for this failure is due to an inability to blunt sympathetic
vasoconstriction in dystrophic muscles from displaced and
reduced levels of nNOSw (25). Therefore, combining PDES
inhibitors with exercise training may be a valuable therapeutic
approach to maintaining and improving muscle function in
muscular dystrophies.

The post-contractile BOLD response in skeletal muscle
reflects the balance between oxygen delivery and utilization
(47) and is influenced by blood volume and oxyhemoglobin
saturation changes in small vessels after isometric contractions
(8). There are a number of factors that could influence the
BOLD response, including conduit artery bulk blood flow, the
muscle pump (widening of the arterial-venous pressure gradi-
ent due to contractions), and vasodilators affecting endothelial
function (47). This measure has shown to be sensitive to
physical activity (48), aging (42), and certain disease condi-
tions such as diabetes (40), and the magnitude of the BOLD
response after a brief contraction appears to peak at ~60% of
maximal voluntary contraction (52). In this study, the post-
contractile BOLD response was used to evaluate the effects of
PDES inhibition on microvascular function following training
in in dystrophic and wild-type mice. We observed that the
combination of PDES5 inhibition and training resulted in a
greater BOLD response than training alone in dystrophic mice
and was similar to wild-type mice. Although perfusion does
not appear to be different at rest between wild type and mdx
with and without sildenafil treatment (25, 45), the loss of
sarcolemma-localized nNOS has been shown to cause vas-
cular narrowing and inadequate muscle perfusion following
mild exercise in mdx, and the impaired local blood flow has
been linked to an exaggerated general fatigue response and
drastic reductions in voluntary physical activity for a prolonged
period of time (25). This has been attributed to mdx and
nNOS-null mice lacking the normal ability to attenuate vaso-
constriction during and after muscle contraction (45). Simi-
larly, in children with DMD, an inability to blunt sympathetic
vasoconstriction during sustained handgrip exercise has been
reported (41). Furthermore, following single tetanic contrac-
tions, local blood flow was substantially impaired in mdx mice
when red blood cell flux was measured (3). This lack of an
increase in red blood cell flux in the microcirculation was
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= 1504 L T
g 100+
o
50
0- \I \I
@ 8 A A
K F S
& &S
6\

Fig. 7. The time constant (7) for phosphocreatine (PCr) recovery after electri-
cally stimulated contractions (2 Hz) in wild-type mice that trained, in mdx mice
that trained without treatment (mdx™") and with sildenafil citrate treatment
(mdx'in*sih “and in mdx mice treated with sildenafil citrate without training
(mdx*"; n = 5/group). One-way analysis of variance with Tukey multiple
comparison test were used for comparisons. *Significantly different from wild
type.

l.org

a State Univ Stozier Lib (146.201.225.128) on August 1, 2019.



PDES INHIBITION AND EXERCISE IN mdx

N
d

A wild-type

a
L

Fibrosis (%)

o

N
=)

-
Cd

-
4

o

CD45* cells/mm?
e

Fig. 8. A: representative images after Masson’s trichrome staining of the
gastrocnemius in wild-type mice that trained, in mdx mice that trained without
treatment (mdx"™") and with sildenafil citrate treatment (mdx""*s1"), and in
mdx mice treated with sildenafil citrate without training (mdx*'; n = 5/group).
mdx mice had significantly greater fibrosis in comparison to wild type, and no
differences were observed among mdx groups. B: CD45™ cells were greater in
all mdx groups compared with wild type. One-way analysis of variance with
Tukey multiple comparison test were used for comparisons. *Significantly
different from wild type (P < 0.05).

reproduced in normal muscle by inhibiting NOS via the ad-
ministration of N®-nitro-L-arginine-methyl ester (L-NAME)
(3), which has been shown to enhance sympathetic vasocon-
striction in the contracting hindlimbs of rats (46) and mice
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(45). Furthermore, exercise onset vasodilator kinetics were
impaired with reduced NOS activity, but were improved to
control levels with PDES inhibition (24). Therefore, these
studies provide further support for the notion that lack of
sarcolemma-localized nNOS . in the mdx mice leads to inad-
equate O, delivery to the muscle and can be improved with
PDES inhibition. The present study extends these findings by
showing that a combination of exercise training and PDES5
inhibition enhances microvascular function in dystrophic mice,
which may contribute to the enhanced performance observed in
these mice.

Along with microvascular function, there are a number of
other possible benefits of sildenafil citrate that may have
contributed to improved performance, including satellite cell
activation, enhanced regeneration, and a shift toward a more
oxidative phenotype (9, 36, 39). In this study, we did not
observe an improvement in functional oxidative capacity in
trained mdx on PDES inhibitor compared with untreated
trained mdx (mdx™") or mdx mice treated with sildenafil that
did not train (mdx*"). The lack of an effect on mitochondrial
function with sildenafil citrate is consistent with a previous
study observing that mdx mice had impaired mitochondria
function that was not alleviated with sildenafil citrate treatment
(37). Furthermore, the lack of an effect on mitochondrial
function from aerobic exercise training may be due to the
relatively short training period (4 wk) and low intensity of
exercise.

In addition to improved performance with sildenafil citrate,
previous studies have shown PDES inhibitors to have a positive
effect on reducing fibrotic accumulation (17, 38). In the present
study, we did not observe treatment with sildenafil citrate and
training to reduce fibrosis in mdx mice over the 4-wk protocol.
This discrepancy may be attributed to the duration of treatment
and age of the mice. For example, a study showing a positive
effect of PDES inhibitors on fibrosis reported a treatment
spanning over 14 wk, with an intervention starting at 3 wk of
age (38). In the present study, the mice were older (average of
6 mo of age) and were only treated for 4 wk.

Conclusions. Our findings indicate that PDES inhibition
reduces muscle damage following an acute bout of downbhill
running in dystrophic mice as measured with MR T,. Further-
more, progressive low-intensity treadmill running combined
with sildenafil citrate resulted in greater training volume over
4 wk, improved endurance performance, and enhanced micro-
vascular function measured with MRI-BOLD in dystrophic
mice. Overall, our findings support the use of PDES inhibitors
in combination with exercise to improve muscle performance
and possibly slow disease progression in dystrophic muscle.

ACKNOWLEDGMENTS

We thank Dr. Huadong Zeng for his technical assistance with the magnetic
resonance scanners.

GRANTS

This work was supported by NIH RO1IAR070101 and the Muscular Dys-
trophy Association (MDA175552). A portion of this work was performed in
the McKnight Brain Institute at the National High Magnetic Field Laboratory’s
AMRIS Facility, which is supported by National Science Foundation Coop-
erative Agreement No. DMR-1157490 and the State of Florida. D. W.
Hammers is supported by a grant from the Muscular Dystrophy Association
(MDAS549004). A. Batra is supported by Paul D. Wellstone Muscular Dystro-
phy Cooperative Research Center Grant (NIAMS: U54AR052646).

hysiol.00664.2018 « www.jappl.org

a State Univ Stozier Lib (146.201.225.128) on August 1, 2019.



1744 PDES5 INHIBITION AND EXERCISE IN mdx

DISCLOSURES

No conflicts of interest, financial or otherwise, are declared by the authors.

AUTHOR CONTRIBUTIONS

A.B., DJL.,, K.V., GGAW,, and S.C.F. conceived and designed research;
A.B., RS.V,, SM.C,, and S.C.F. performed experiments; A.B., D.W.H., and
S.C.F. analyzed data; A.B., R.S.V., and S.C.F. interpreted results of experi-
ments; A.B. and S.C.F. prepared figures; A.B., R.S.V., SM.C.,, D.W.H.,
DJ.L., K.V.,, G.AW., and S.C.F. drafted manuscript; A.B., R.S.V., SM.C.,
D.W.H.,DJ.L.,K.V,G.A.W_, and S.C.F. edited and revised manuscript; A.B.,
R.S.V,, SM.C,, DWH, DJL., KV, GAW,, and S.C.F. approved final
version of manuscript.

REFERENCES

1. Adamo CM, Dai DF, Percival JM, Minami E, Willis MS, Patrucco E,
Froehner SC, Beavo JA. Sildenafil reverses cardiac dysfunction in the
mdx mouse model of Duchenne muscular dystrophy. Proc Natl Acad Sci
USA 107: 19079-19083, 2010. doi:10.1073/pnas.1013077107.

2. Arpan I, Willcocks RJ, Forbes SC, Finkel RS, Lott DJ, Rooney WD,
Triplett WT, Senesac CR, Daniels MJ, Byrne BJ, Finanger EL,
Russman BS, Wang DJ, Tennekoon GI, Walter GA, Sweeney HL,
Vandenborne K. Examination of effects of corticosteroids on skeletal
muscles of boys with DMD using MRI and MRS. Neurology 83: 974-980,
2014. doi:10.1212/WNL.0000000000000775.

3. Asai A, Sahani N, Kaneki M, Ouchi Y, Martyn JAJ, Yasuhara SE.
Primary role of functional ischemia, quantitative evidence for the two-hit
mechanism, and phosphodiesterase-5 inhibitor therapy in mouse muscular
dystrophy. PLoS One 2: €806, 2007. doi:10.1371/journal.pone.0000806.

4. Baldelli S, Lettieri Barbato D, Tatulli G, Aquilano K, Ciriolo MR. The
role of nNOS and PGC-la in skeletal muscle cells. J Cell Sci 127:
48134820, 2014. doi:10.1242/jcs.154229.

5. Baltgalvis KA, Call JA, Cochrane GD, Laker RC, Yan Z, Lowe DA.
Exercise training improves plantar flexor muscle function in mdx mice. Med Sci
Sports Exerc 44: 1671-1679, 2012. doi:10.1249/MSS.0b013e3182570310.

6. Brenman JE, Chao DS, Xia H, Aldape K, Bredt DS. Nitric oxide
synthase complexed with dystrophin and absent from skeletal muscle
sarcolemma in Duchenne muscular dystrophy. Cell 82: 743-752, 1995.
doi:10.1016/0092-8674(95)90471-9.

7. Carter GT, Wineinger MA, Walsh SA, Horasek SJ, Abresch RT,
Fowler WM Jr. Effect of voluntary wheel-running exercise on muscles of
the mdx mouse. Neuromuscul Disord 5: 323-332, 1995. doi:10.1016/
0960-8966(94)00063-F.

8. Damon BM, Hornberger JL, Wadington MC, Lansdown DA, Kent-
Braun JA. Dual gradient-echo MRI of post-contraction changes in skel-
etal muscle blood volume and oxygenation. Magn Reson Med 57: 670—
679, 2007. doi:10.1002/mrm.21191.

9. De Arcangelis V, Strimpakos G, Gabanella F, Corbi N, Luvisetto S,
Magrelli A, Onori A, Passananti C, Pisani C, Rome S, Severini C,
Naro F, Mattei E, Di Certo MG, Monaco L. Pathways implicated in
tadalafil amelioration of Duchenne muscular dystrophy. J Cell Physiol
231: 224-232, 2016. doi:10.1002/jcp.25075.

10. Dudley RWR, Danialou G, Govindaraju K, Lands L, Eidelman DE,
Petrof BJ. Sarcolemmal damage in dystrophin deficiency is modulated by
synergistic interactions between mechanical and oxidative/nitrosative
stresses. Am J Pathol 168: 1276-1287, 2006. doi:10.2353/ajpath.2006.
050683.

11. Elliott MA, Walter GA, Swift A, Vandenborne K, Schotland JC,
Leigh JS. Spectral quantitation by principal component analysis using
complex singular value decomposition. Magn Reson Med 41: 450455,
1999. doi:10.1002/(SICI)1522-2594(199903)41:3<450: AID-MRM4>3.
0.CO;2-9.

12. Foley JM, Jayaraman RC, Prior BM, Pivarnik JM, Meyer RA. MR
measurements of muscle damage and adaptation after eccentric exercise. J
Appl Physiol (1985) 87: 2311-2318, 1999. doi:10.1152/jappl.1999.87.6.
2311.

13. Forbes SC, Willcocks RJ, Triplett WT, Rooney WD, Lott DJ, Wang
DJ, Pollaro J, Senesac CR, Daniels MJ, Finkel RS, Russman BS,
Byrne BJ, Finanger EL, Tennekoon GI, Walter GA, Sweeney HL,
Vandenborne K. Magnetic resonance imaging and spectroscopy assess-
ment of lower extremity skeletal muscles in boys with Duchenne muscular
dystrophy: a multicenter cross sectional study. PLoS One 9: e106435,
2014 [Erratum in PLoS One 9: 111822, 2014]. doi:10.1371/journal.pone.
0106435.

p{al Physiol « doi:10.1152/japp.
Downloaded from www.physiology.org/journal/jappl at Flori

i

14.

15.

16.

18.

19.

20.

21.

22.

23.

24.

25.

26.

28.

29.

30.

31.

32.

33.

Frisullo G, Frusciante R, Nociti V, Tasca G, Renna R, Iorio R,
Patanella AK, Iannaccone E, Marti A, Rossi M, Bianco A, Monforte
M, Tonali PA, Mirabella M, Batocchi AP, Ricci E. CD8(+) T cells in
facioscapulohumeral muscular dystrophy patients with inflammatory fea-
tures at muscle MRI. J Clin Immunol 31: 155-166, 2011. doi:10.1007/
$10875-010-9474-6.

Froehner SC, Reed SM, Anderson KN, Huang PL, Percival JM. Loss
of nNOS inhibits compensatory muscle hypertrophy and exacerbates
inflammation and eccentric contraction-induced damage in mdx mice.
Hum Mol Genet 24: 492-505, 2015. doi:10.1093/hmg/ddu469.
Goudemant JF, Deconinck N, Tinsley JM, Demeure R, Robert A,
Davies KE, Gillis JM. Expression of truncated utrophin improves pH
recovery in exercising muscles of dystrophic mdx mice: a 31P NMR
study. Neuromuscul Disord 8: 371-379, 1998. doi:10.1016/S0960-
8966(98)00049-2.

. Hammers DW, Sleeper MM, Forbes SC, Shima A, Walter GA,

Sweeney HL. Tadalafil treatment delays the onset of cardiomyopathy in
dystrophin-deficient hearts. J Am Heart Assoc 5: €003911, 2016. doi:10.
1161/JAHA.116.003911.

Hayes A, Williams DA. Contractile function and low-intensity exercise
effects of old dystrophic (mdx) mice. Am J Physiol 274: C1138-C1144,
1998. doi:10.1152/ajpcell. 1998.274.4.C1138.

Hoffman EP, Brown RH Jr, Kunkel LM. Dystrophin: the protein
product of the Duchenne muscular dystrophy locus. Cell 51: 919-928,
1987. doi:10.1016/0092-8674(87)90579-4.

Jansen M, van Alfen N, Geurts ACH, de Groot IJM. Assisted bicycle
training delays functional deterioration in boys with Duchenne muscular
dystrophy: the randomized controlled trial “no use is disuse”. Neuroreha-
bil Neural Repair 27: 816-827, 2013. doi:10.1177/1545968313496326.
Jendzjowsky NG, DeLorey DS. A prospective evaluation of non-inter-
val- and interval-based exercise training progressions in rodents. Appl
Physiol Nutr Metab 36: 723-729, 2011. doi:10.1139/h11-092.

Kaczor JJ, Hall JE, Payne E, Tarnopolsky MA. Low intensity training
decreases markers of oxidative stress in skeletal muscle of mdx mice. Free
Radic Biol Med 43: 145-154, 2007. doi:10.1016/j.freeradbiomed.2007.04.
003.

Kawahara G, Karpf JA, Myers JA, Alexander MS, Guyon JR, Kunkel
LM. Drug screening in a zebrafish model of Duchenne muscular dystro-
phy. Proc Natl Acad Sci USA 108: 5331-5336, 2011. doi:10.1073/pnas.
1102116108.

Kellawan JM, Limberg JK, Scruggs ZM, Nicholson WT, Schrage
WG, Joyner MJ, Curry TB. Phosphodiesterase-5 inhibition preserves
exercise-onset vasodilator kinetics when NOS activity is reduced. J Appl
Physiol (1985) 124: 276-282, 2018. doi:10.1152/japplphysiol.00483.
2017.

Kobayashi YM, Rader EP, Crawford RW, Iyengar NK, Thedens DR,
Faulkner JA, Parikh SV, Weiss RM, Chamberlain JS, Moore SA,
Campbell KP. Sarcolemma-localized nNOS is required to maintain ac-
tivity after mild exercise. Nature 456: 511-515, 2008. doi:10.1038/
nature(07414.

Liu M, Walter GA, Pathare NC, Forster RE, Vandenborne K. A
quantitative study of bioenergetics in skeletal muscle lacking carbonic
anhydrase III using 31P magnetic resonance spectroscopy. Proc Natl Acad
Sci USA 104: 371-376, 2007. doi:10.1073/pnas.0609870104.

Markert CD, Case LE, Carter GT, Furlong PA, Grange RW. Exercise
and Duchenne muscular dystrophy: where we have been and where we
need to go. Muscle Nerve 45: 746-751, 2012. doi:10.1002/mus.23244.
Marqueste T, Giannesini B, Fur YL, Cozzone PJ, Bendahan D.
Comparative MRI analysis of T2 changes associated with single and
repeated bouts of downhill running leading to eccentric-induced muscle
damage. J Appl Physiol (1985) 105: 299-307, 2008. doi:10.1152/
japplphysiol.00738.2007.

Mathur S, Vohra RS, Germain SA, Forbes S, Bryant ND, Vanden-
borne K, Walter GA. Changes in muscle T2 and tissue damage after
downhill running in mdx mice. Muscle Nerve 43: 878886, 2011. doi:10.
1002/mus.21986.

Meyer RA. A linear model of muscle respiration explains monoexponen-
tial phosphocreatine changes. Am J Physiol 254: C548—-C553, 1988.
doi:10.1152/ajpcell.1988.254.4.C548.

Meyer RA, Prior BM. Functional magnetic resonance imaging of muscle.
Exerc Sport Sci Rev 28: 89-92, 2000.

Nelson MD, Rader F, Tang X, Tavyev J, Nelson SF, Miceli MC,
Elashoff RM, Sweeney HL, Victor RG. PDES inhibition alleviates

hysiol.00664.2018 « www.jappl.org
a State Univ Stozier Lib (146.201. 225 128) on August 1, 2019.


https://doi.org/10.1073/pnas.1013077107
https://doi.org/10.1212/WNL.0000000000000775
https://doi.org/10.1371/journal.pone.0000806
https://doi.org/10.1242/jcs.154229
https://doi.org/10.1249/MSS.0b013e31825703f0
https://doi.org/10.1016/0092-8674%2895%2990471-9
https://doi.org/10.1016/0960-8966%2894%2900063-F
https://doi.org/10.1016/0960-8966%2894%2900063-F
https://doi.org/10.1002/mrm.21191
https://doi.org/10.1002/jcp.25075
https://doi.org/10.2353/ajpath.2006.050683
https://doi.org/10.2353/ajpath.2006.050683
https://doi.org/10.1002/%28SICI%291522-2594%28199903%2941:3%3C450:AID-MRM4%3E3.0.CO;2-9
https://doi.org/10.1002/%28SICI%291522-2594%28199903%2941:3%3C450:AID-MRM4%3E3.0.CO;2-9
https://doi.org/10.1152/jappl.1999.87.6.2311
https://doi.org/10.1152/jappl.1999.87.6.2311
https://doi.org/10.1371/journal.pone.0106435
https://doi.org/10.1371/journal.pone.0106435
https://doi.org/10.1007/s10875-010-9474-6
https://doi.org/10.1007/s10875-010-9474-6
https://doi.org/10.1093/hmg/ddu469
https://doi.org/10.1016/S0960-8966%2898%2900049-2
https://doi.org/10.1016/S0960-8966%2898%2900049-2
https://doi.org/10.1161/JAHA.116.003911
https://doi.org/10.1161/JAHA.116.003911
https://doi.org/10.1152/ajpcell.1998.274.4.C1138
https://doi.org/10.1016/0092-8674%2887%2990579-4
https://doi.org/10.1177/1545968313496326
https://doi.org/10.1139/h11-092
https://doi.org/10.1016/j.freeradbiomed.2007.04.003
https://doi.org/10.1016/j.freeradbiomed.2007.04.003
https://doi.org/10.1073/pnas.1102116108
https://doi.org/10.1073/pnas.1102116108
https://doi.org/10.1152/japplphysiol.00483.2017
https://doi.org/10.1152/japplphysiol.00483.2017
https://doi.org/10.1038/nature07414
https://doi.org/10.1038/nature07414
https://doi.org/10.1073/pnas.0609870104
https://doi.org/10.1002/mus.23244
https://doi.org/10.1152/japplphysiol.00738.2007
https://doi.org/10.1152/japplphysiol.00738.2007
https://doi.org/10.1002/mus.21986
https://doi.org/10.1002/mus.21986
https://doi.org/10.1152/ajpcell.1988.254.4.C548

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

PDES INHIBITION AND EXERCISE IN mdx

functional muscle ischemia in boys with Duchenne muscular dystrophy.
Neurology 82: 2085-2091, 2014. doi:10.1212/WNL.0000000000000498.
Paganini AT, Foley JM, Meyer RA. Linear dependence of muscle
phosphocreatine kinetics on oxidative capacity. Am J Physiol 272: C501—
C510, 1997. doi:10.1152/ajpcell. 1997.272.2.C501.

Percival JM. nNOS regulation of skeletal muscle fatigue and exercise perfor-
mance. Biophys Rev 3: 209-217, 2011. doi:10.1007/s12551-011-0060-9.
Percival JM, Adamo CM, Beavo JA, Froehner SC. Evaluation of the
therapeutic utility of phosphodiesterase SA inhibition in the mdx mouse
model of duchenne muscular dystrophy. Handb Exp Pharmacol 204:
323-344, 2011. doi:10.1007/978-3-642-17969-3_14.

Percival JM, Siegel MP, Knowels G, Marcinek DJ. Defects in mito-
chondrial localization and ATP synthesis in the mdx mouse model of
Duchenne muscular dystrophy are not alleviated by PDES inhibition. Hum
Mol Genet 22: 153-167, 2013. doi:10.1093/hmg/dds415.

Percival JM, Whitehead NP, Adams ME, Adamo CM, Beavo JA,
Froehner SC. Sildenafil reduces respiratory muscle weakness and fibrosis
in the mdx mouse model of Duchenne muscular dystrophy. J Pathol 228:
77-87, 2012. doi:10.1002/path.4054.

Rovere-Querini P, Clementi E, Brunelli S. Nitric oxide and muscle
repair: multiple actions converging on therapeutic efficacy. Eur J Phar-
macol 730: 181-185, 2014. doi:10.1016/j.ejphar.2013.11.006.

Sanchez OA, Copenhaver EA, Chance MA, Fowler MJ, Towse TF,
Kent-Braun JA, Damon BM. Postmaximal contraction blood volume
responses are blunted in obese and type 2 diabetic subjects in a muscle-
specific manner. Am J Physiol Heart Circ Physiol 301: H418-H427, 2011.
doi:10.1152/ajpheart.00060.2011.

Sander M, Chavoshan B, Harris SA, Iannaccone ST, Stull JT, Thomas
GD, Victor RG. Functional muscle ischemia in neuronal nitric oxide
synthase-deficient skeletal muscle of children with Duchenne muscular
dystrophy. Proc Natl Acad Sci USA 97: 1381813823, 2000. doi:10.1073/
pnas.250379497.

Slade JM, Towse TF, Gossain VV, Meyer RA. Peripheral microvascular
response to muscle contraction is unaltered by early diabetes but decreases
with age. J Appl Physiol (1985) 111: 1361-1371, 2011. doi:10.1152/
japplphysiol.00009.2011.

Stamler JS, Meissner G. Physiology of nitric oxide in skeletal muscle.
Physiol Rev 81: 209-237, 2001. doi:10.1152/physrev.2001.81.1.209.
Taylor DJ, Bore PJ, Styles P, Gadian DG, Radda GK. Bioenergetics of
intact human muscle. A 31P nuclear magnetic resonance study. Mol Biol
Med 1: 77-94, 1983.

Thomas GD, Sander M, Lau KS, Huang PL, Stull JT, Victor RG.
Impaired metabolic modulation of a-adrenergic vasoconstriction in dys-
trophin-deficient skeletal muscle. Proc Natl Acad Sci USA 95: 15090—
15095, 1998. doi:10.1073/pnas.95.25.15090.

p{al Physiol « doi:10.1152/japp.
Downloaded from www.physiology.org/journal/jappl at Flori

i

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

hysiol.00664.2018 « www.japp
a State Univ Stozier Lib (146.201. 225 128) on August 1, 2019.

1745

Thomas GD, Victor RG. Nitric oxide mediates contraction-induced
attenuation of sympathetic vasoconstriction in rat skeletal muscle. J
Physiol 506: 817-826, 1998. doi:10.1111/j.1469-7793.1998.817bv.x.
Towse TF, Slade JM, Ambrose JA, DeLano MC, Meyer RA. Quanti-
tative analysis of the postcontractile blood-oxygenation-level-dependent
(BOLD) effect in skeletal muscle. J Appl Physiol (1985) 111: 27-39,
2011. doi:10.1152/japplphysiol.01054.2009.

Towse TF, Slade JM, Meyer RA. Effect of physical activity on MRI-
measured blood oxygen level-dependent transients in skeletal muscle after
brief contractions. J Appl Physiol (1985) 99: 715-722, 2005. doi:10.1152/
japplphysiol.00272.2005.

Triplett WT, Baligand C, Forbes SC, Willcocks RJ, Lott DJ, DeVos S,
Pollaro J, Rooney WD, Sweeney HL, Bonnemann CG, Wang D-J,
Vandenborne K, Walter GA. Chemical shift-based MRI to measure fat
fractions in dystrophic skeletal muscle. Magn Reson Med 72: 819, 2014.
doi:10.1002/mrm.24917.

Victor RG, Sweeney HL, Finkel R, McDonald CM, Byrne B, Eagle M,
Goemans N, Vandenborne K, Dubrovsky AL, Topaloglu H, Miceli
MC, Furlong P, Landry J, Elashoff R, Cox D; Tadalafil DMD Study
Group. A phase 3 randomized placebo-controlled trial of tadalafil for
Duchenne muscular dystrophy. Neurology 89: 1811-1820, 2017. doi:10.
1212/WNL.0000000000004570.

Vohra RS, Mathur S, Bryant ND, Forbes SC, Vandenborne K, Walter
GA. Age-related T2 changes in hindlimb muscles of mdx mice. Muscle
Nerve 53: 84-90, 2016. doi:10.1002/mus.24675.

Wigmore DM, Damon BM, Pober DM, Kent-Braun JA. MRI measures
of perfusion-related changes in human skeletal muscle during progressive
contractions. J Appl Physiol (1985) 97: 2385-2394, 2004. doi:10.1152/
japplphysiol.01390.2003.

Willcocks RJ, Arpan IA, Forbes SC, Lott DJ, Senesac CR, Senesac E,
Deol J, Triplett WT, Baligand C, Daniels MJ, Sweeney HL, Walter
GA, Vandenborne K. Longitudinal measurements of MRI-T2 in boys
with Duchenne muscular dystrophy: effects of age and disease progres-
sion. Neuromuscul Disord 24: 393-401, 2014. doi:10.1016/j.nmd.2013.
12.012.

Willcocks RJ, Rooney WD, Triplett WT, Forbes SC, Lott DJ, Senesac
CR, Daniels MJ, Wang D-J, Harrington AT, Tennekoon GI, Russman
BS, Finanger EL, Byrne BJ, Finkel RS, Walter GA, Sweeney HL,
Vandenborne K. Multicenter prospective longitudinal study of magnetic
resonance biomarkers in a large duchenne muscular dystrophy cohort. Ann
Neurol 79: 535-547, 2016. doi:10.1002/ana.24599.

Xiyuan Z, Fink RHA, Mosqueira M. NO-sGC Pathway Modulates Ca?*
Release and Muscle Contraction in Zebrafish Skeletal Muscle. Front
Physiol 8: 607, 2017. doi:10.3389/fphys.2017.00607.

l.org


https://doi.org/10.1212/WNL.0000000000000498
https://doi.org/10.1152/ajpcell.1997.272.2.C501
https://doi.org/10.1007/s12551-011-0060-9
https://doi.org/10.1007/978-3-642-17969-3_14
https://doi.org/10.1093/hmg/dds415
https://doi.org/10.1002/path.4054
https://doi.org/10.1016/j.ejphar.2013.11.006
https://doi.org/10.1152/ajpheart.00060.2011
https://doi.org/10.1073/pnas.250379497
https://doi.org/10.1073/pnas.250379497
https://doi.org/10.1152/japplphysiol.00009.2011
https://doi.org/10.1152/japplphysiol.00009.2011
https://doi.org/10.1152/physrev.2001.81.1.209
https://doi.org/10.1073/pnas.95.25.15090
https://doi.org/10.1111/j.1469-7793.1998.817bv.x
https://doi.org/10.1152/japplphysiol.01054.2009
https://doi.org/10.1152/japplphysiol.00272.2005
https://doi.org/10.1152/japplphysiol.00272.2005
https://doi.org/10.1002/mrm.24917
https://doi.org/10.1212/WNL.0000000000004570
https://doi.org/10.1212/WNL.0000000000004570
https://doi.org/10.1002/mus.24675
https://doi.org/10.1152/japplphysiol.01390.2003
https://doi.org/10.1152/japplphysiol.01390.2003
https://doi.org/10.1016/j.nmd.2013.12.012
https://doi.org/10.1016/j.nmd.2013.12.012
https://doi.org/10.1002/ana.24599
https://doi.org/10.3389/fphys.2017.00607

