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Abstract
The objective of this study was to investigate the efficacy of using quantitative magnetic reso-

nance imaging (MRI) as a non-invasive tool for the monitoring of gene therapy for muscular

dystrophy. The clinical investigations for this family of diseases often involve surgical biopsy

which limits the amount of information that can be obtained due to the invasive nature of the

procedure. Thus, other non-invasive tools may providemore opportunities for disease assess-

ment and treatment responses. In order to explore this, dystrophicmdx4cvmice were systemi-

cally treated with a recombinant adeno-associated viral (AAV) vector containing a codon-

optimized micro-dystrophin gene. Multi-parametric MRI of T2, magnetization transfer, and dif-

fusion effects alongside 3-D volumemeasurements were then utilized to monitor disease/

treatment progression. Mice were imaged at 10 weeks of age for pre-treatment, then again

post-treatment at 8, 16, and 24 week time points. The efficacy of treatment was assessed by

physiological assays for improvements in function and quantification of expression. Tissues

from the hindlimbs were collected for histological analysis after the final time point for compari-

son with MRI results. We found that introduction of themicro-dystrophin gene restored some

aspects of normal muscle histology and pathology such as decreased necrosis and resistance

to contraction-induced injury. T2 relaxation values showed percentage decreases across all

muscle types measured (tibialis anterior, gastrocnemius, and soleus) when treated groups

were compared to untreated groups. Additionally, the differences between groups were statis-

tically significant for the tibialis anterior as well. The diffusionmeasurements showed a wider

range of percentage changes and less statistical significance while the magnetization transfer

effect measurements showedminimal change. MR images displayed hyper-intense regions of

muscle that correlated with muscle pathology in histological sections. T2 relaxation, alongside

diffusion and magnetization transfer effects provides useful data towards the goal of non-inva-

sively monitoring the treatment of muscular dystrophy.
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Introduction
Muscular dystrophy is a group of inherited diseases which are characterized by progressive
muscle weakness that over time leads to muscle damage and wasting [1]. Duchenne muscular
dystrophy (DMD) is among the most commonly occurring forms of muscular dystrophy af-
fecting approximately 1 in every 3,600 male infants. The disease is recessively X-linked, mean-
ing while females may carry the genes responsible for the mutation, only males will express the
phenotype, thus leading to the onset of DMD [2]. The disease is caused by a mutation in the
dystrophin gene leading to abnormal or absent dystrophin protein which is responsible for
linking actin filaments in muscle fiber to support proteins within the plasma membrane [3, 4].
Without dystrophin, muscle fibers slowly experience damage that eventually leads to necrosis
and replacement of muscle fibers by fatty and connective tissue [5]. This progressive muscle
deterioration ultimately culminates in the failure of the heart and/or the muscles responsible
for respiration, leading to death. There is no cure and the average life expectancy of an afflicted
individual is 25 years [6].

Gene therapy for muscular dystrophy is a promising treatment strategy because it has the
potential to restore dystrophin expression in dystrophic muscle, and thereby improve muscle
function and stabilize disease progression in all DMD patients regardless of the nature of their
genetic mutations. Recombinant adeno-associated viral (rAAV) vectors have become the vec-
tor of choice because they are not known to cause any human disease and are efficient in trans-
ducing skeletal and cardiac muscles. However, the small packaging capacity of rAAV vectors
prevents the insertion of a large dystrophin transgene. To overcome this issue, nonessential
portions of dystrophin, some originally identified from studies of mild Becker muscular dystro-
phy (BMB) patients, were removed to develop functional micro-dystrophins (μDys). A number
of these micro-dystrophin proteins have been shown to restore the dystrophin-associated pro-
tein complex, stabilize muscle degeneration, and improve muscle function following AAV-me-
diated gene delivery in animal models of DMD includingmdxmice and dystrophin/utrophin
double knockout mice at different stages of disease progression [7–17]. Pacak et al. demon-
strated favorable responses including T2 MRI against AAV-mediated gene therapy for a mouse
model of limb girdle muscular dystrophy [18]. Furthermore, muscle-specific promoters have
been developed to restrict expression to target muscle cells and potentially reduce the possibili-
ty of an undesirable immune response [19]. However, regardless of the delivery methods and
levels of transduction, micro-dystrophin proteins do not fully protect dystrophic muscle from
contraction-induced injury [12, 14–16].

The animal model most commonly used to investigate therapeutic approaches for Du-
chenne muscular dystrophy is themdxmouse. Themdxmouse undergoes a critical period be-
tween weeks 4 and 5 during which there is a peak in muscle degeneration and regeneration.
This phase is followed by a gradual decrease in necrosis until a low level is reached in adult
mice at around 3–4 months of age. Although themdx phenotype is much less severe than that
seen in older DMD patients, certain aspects of DMD (elevated CK, centrally nucleated muscle
fibers, variations in cell size, susceptibility to contraction-induced injury) are more closely re-
produced in muscle tissues of adultmdxmice than youngermdxmice. Other aspects of DMD
pathology are not well modeled by themdxmouse (fat infiltration and fibrosis). Endpoints for
evaluation of treatment traditionally include histological analyses of muscle sections to quanti-
fy the area of damage, fiber size and/or fibrosis, blood parameters (creatine kinase, CK), and
muscle force/function.

Magnetic Resonance (MR) has emerged as an alternative tool for gathering valuable infor-
mation pertaining to tissue characteristics. Historically, such information was acquired via sur-
gical biopsy—however, the invasive nature of the procedure and the limited sampling regions
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greatly restricted the amount of information attained surrounding the dysfunction [20–26].
However, recently developed multimodal MR approaches have extended evidence that MR can
significantly facilitate noninvasive diagnosis and monitoring of muscle dysfunction [26]. Mag-
netic resonance imaging (MRI) can be used to detect pathological changes in skeletal muscle at
both the cellular and tissue level [27, 28]. It has been demonstrated that differences and abnor-
malities in muscle integrity could be detected in cardiac muscle ofmdxmice as early as one
month of age [29]. Multi-parametric MRI of T1, T2, magnetization transfer (MT), and diffu-
sion effects have been shown to be feasible identifiers of tissue and cellular necrosis along with
regeneration in skeletal muscles [26]. Similar studies suggest quantitative muscle MR is an im-
portant longitudinal outcome measure for the assessment of muscle pathology and monitoring
of therapeutic efficacy [30]. Additionally, molecular alterations detected by MR can be com-
pared to distinct histologic changes in dystrophic tissues [31–33].

In this study, we conducted longitudinal magnetic resonance imaging at 14 Tesla (T) utiliz-
ing the T2 relaxation, diffusion, and MTmodalities in conjunction with high resolution 3-D
(dimensional) imaging and histological analysis to track and evaluate the efficiency and sensi-
tivity of MR as a non-invasive tool for the monitoring of disease progression and treatment re-
sponses for a mouse model (mdx4cv) of muscular dystrophy. The efficacy of treatment was
evaluated at the endpoint of the experiment using standard methods. The approaches included
histological analysis of myofibers and immunofluorescence (IF) to confirm the extent of
micro-dystrophin expression, alongside measurements of specific force and resistance to con-
traction-induced injury to evaluate function.

Materials and Methods

Mice
There were 7 B6Ros.Cg-Dmdmdx-4Cv/J (abbreviatedmdx4cv ormdx) mice [34], along with 3 age
matched normal C57BL/6J mice, that were 10 weeks of age when used for this study. All animals
were housed and treated in strict accordance with the National Institutes of Health (NIH) Guide
for the Care and Use of Experimental Animals and approvals from the Institutional Animal
Care and Use Committee (IACUC, protocol number: 4210–01 and 3333–01) of the University
of Washington. The mice were housed in SPF (specific pathogen free) facilities running 12:12
light/dark cycles at ambient temperatures of 22–23°C. The mice had access to food and water ad
libitum. These conditions were maintained throughout the duration of the study. Mice were im-
aged under isoflurane anesthesia and limited in prolonged imaging sessions to minimize animal
suffering. For the histological and functional measures, mice were anesthetized intraperitoneally
with Avertin (0.5 mg/g body weight) with supplemental doses as required to maintain necessary
anesthesia, then euthanized by cervical while still under anesthesia. All mice were euthanized fol-
lowing the conclusion of the study.

Generation of Constructs, Vector Production and Delivery
A codon-optimized version of micro-dystrophin (ΔR4-23/ΔCT) cDNA [35] was designed and
synthesized by GenScript (Piscataway, NJ). The optimized cDNA sequence was cloned into an
AAV expression plasmid containing serotype 2 inverted terminal repeats, a muscle-specific
promoter (CK8) based on enhancer/promoter regions of the murine muscle creatine kinase
gene, and a highly efficient synthetic poly(A) signal as previously described [15]. The resulting
construct, CK8.H3μDys, was sequenced and then co-transfected with the pDGM6 packaging
plasmid into HEK293 cells to generate a recombinant AAV6 vector that was harvested and
purified on a heparin column [14]. Southern analysis was utilized to determine the number
of genome-containing particles in the vector preparation [12]. Four of the 7mdxmice were
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systematically treated with 1013 vector genomes of rAAV6.CK8.H3μDys vector by retro-orbital
(RO) injection at 3 months of age while the remaining 3 acted as untreated controls.

MRI
Multi-parametric 1H MRI was carried out formdx4cv mice on a Bruker 14T Avance MR spec-
trometer (Bruker Corp., Billerica, MA). As summarized in Table 1, the high resolution MRI
protocol includes scout imaging (gradient echo; TR (repetition time)/TE (echo time) = 30/
1.3 ms), planning for image planes (multi-slice RARE (rapid acquisition with refocused ech-
oes): TR/TE = 668/4.5 ms), high resolution 2 dimensional imaging with 55 thin slices (200
micron thick) (multi-slice RARE: TE/TE = 4000/6 ms) for muscle volume evaluation, multi-
slice multi-echo imaging (TR/TE = 4000/ 6 ~ 100 ms, 16 echoes with 6.3 ms spacing) for
transverse relaxation time T2 measurements, magnetization transfer imaging (gradient echo;
TR/TE = 939/5 ms, flip angle = 30°), diffusion imaging with three b values of ~25, 586 and
1111 s/mm2 sequence (TR/TE = 3751/27.5 ms). Table 1 also describes a goal of each MR
method relating with muscular dystrophy.

The quantitative T2 measurements utilized spin echo sequences to generate T2 maps—T2
maps were generated using a multi-slice multi-echo sequence (TR/TE = 4 s/ 6 ~ 100 ms, 16
echoes) with fat signal suppressed (gaussian pulse, pulse length = 1.3 ms, bandwidth = 2100.5

Hz) at 14T. We utilized: SI ¼ Ae�
TE
T2 to fit the T2 values in order to generate maps, where SI is

the signal intensity and A is the amplitude. T2 weighted images were used to not only visually
inspect the muscles for apparent signs of necrosis and damage, but also to qualitatively measure
comparable regions of interest to detect changes between muscles and time points. These im-
ages were used to longitudinally compare both the treated/untreatedmdx4cv mice and the
control mice.

In vivomagnetic resonance imaging can be sensitized to local characteristics of water diffu-
sion by utilizing the Brownian characteristic of water molecules [36–38]. Apparent Diffusion
Coefficient (ADC) maps were generated by carrying out diffusion weighted imaging utilizing
the three b values of ~25, 586 and 1111 s/mm2. The gradients incorporated a spin echo pulse
sequence (TR/TE = 3751/27.5 msec). The Stejskal-Tanner spin echo pulse sequence was used
with different pulses of 7 ms (pulse duration) with 14 ms (pulse interval) between the gradient
pulses. These diffusion gradients were oriented along the direction of the slice section gradient.

Table 1. Mouse MR Protocols.

Method Sequence
type

TR/TE (ms) Acq.
Time

Purpose

Scout
imaging

GRE 30/1.3 ~ 5 sec 3 orthogonal images

Image
planning

GRE 668/4.5 ~ 1 min Slice position and orientation selected

T2 MSME 4000/6;16 echoes 9 min T2 maps to visualize T2 changes between normal and affected
regions

Diffusion SE 3751/27.5, b = 25, 586, 1111 s/mm2 25 min ADC maps to visualize changes with edema and myocyte damage
[49, 50]

MT GRE 939/5 ms, θ = 30° for with and
without MT effect

~ 5 min MT Ratio maps to emphasize macromolecular changes [51–54]; to
visualize fibrosis [55, 56]

3D imaging GRE 100/3, θ = 10° ~ 5 min Visualize and measure muscle volumes

TR: recycle delay, TE: echo time, GRE: gradient echo; SE: spin echo; MSME: multi-slice multi-echo; θ: Flip Angle

doi:10.1371/journal.pone.0124914.t001
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The function: b = s0e
−b�ADC, where s0 is the intensity with no diffusion gradient (b = 0), was

used likewise to the T2 in order to generate maps containing ADC values.
Magnetization Transfer (MT) suppression ratios, or MT ratios (MTRs), were measured

using the following ratio: (SIo – SIs)/SIo, where SIo represents the tissue signal intensity with no
saturation pulse applied while SIs includes the saturation pulse. We utilized a gradient echo se-
quence (TR/TE = 939/5 ms, flip angle = 30°) with an off-resonance frequency of 5000 Hz and a
saturation pulse of block pulse shape, 50 msec width, and 10 μT amplitude.

Allmdx4cv were imaged at 10–11 weeks of age for the initial pre-treatment (Pre-Rx) time
point and then subsequently imaged at 8, 16, and 24-week time points post gene therapy treat-
ment (Post-Rx) to monitor disease/treatment progression. The 3 normal control C57Bl/6J
mice were imaged at 10–11 weeks of age as well and then re-measured during the 24-week time
point. Mice were induced using 5% isoflurane in oxygen and then maintained at a lower rate of
1.5% isoflurane in oxygen throughout the imaging process. During this time, the mice were
monitored to not only preserve mouse condition, but also minimize motion effects in the imag-
ing process via image gating. This was accomplished by using the MR-compatible small animal
monitoring and gating system (SA Instruments Inc., NY, USA). The system monitors and ac-
counts for the movement that is associated with animal respiration thus allowing us to remove
motion artifacts from the MR images by triggering during the MR acquisition.

Image Analysis
MRI images were analyzed using ImageJ software (http://rsbweb.nih.gov/ij), developed by the
National Institutes of Health, to measure mean values of particular muscles including tibialis
anterior (TA), gastrocnemius (GA), and soleus (SOL). Regions of interest (ROIs) were selected
to be consistent in size and location across 5 consecutive slices, avoiding hyper-intensive re-
gions (representing necrotic areas or regions of inflammation/edema), on each leg. ROIs were
circular and spanned an area of 80 pixels or 8 mm2. Total muscle volumes, as well as hyper-in-
tensive region volumes, were measured using Amira (Visualization Sciences Group, Burling-
ton, MA), a 3-D software platform. 3-D reconstructions of both muscle and hyper-intensive
necrotic regions were also completed using Amira.

Statistical Analysis
PRISM version 6 software (GraphPad Software, USA) and the two-way analysis of variance
(ANOVA) were used for statistical analyses for the following time points: (Pre-Rx, 8 week (wk)
Post-Rx, 16 wk Post-Rx, and 24 wk Post-Rx). For the ANOVA, we used the Tukey’s multiple
comparisons test for the data with the significance of 0.05 and confidence interval of 95% to
generate P values.

Measurement of Serum Creatine Kinase Levels
Blood samples were collected via retro-orbital bleeds at the experimental endpoint under anes-
thesia. Whole blood was allowed to clot for a minimum of 30 minutes in BDMicrotainer Tubes
(BD Diagnostics, Franklin Lakes, NJ) and was then centrifuged for 90 seconds at 12,000 g. Mea-
surement of the serum creatine kinase activity was performed by Phoenix Central Laboratories
(Mukilteo, WA).

Muscle Physiology
Following completion of the MR study, contractile properties were measured in vitro for force
generation and protection from contraction-induced injury using methods previously
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described [39]. The mice were anesthetized with an intraperitoneal injection of 2,2,2-tribro-
moethanol (Sigma Aldrich, St. Louis, MO), with supplemental injections as required to pre-
vent response to tactile stimuli. Extensor digitorum longus (EDL) muscles were isolated and
proximal and distal tendons were tied firmly with 6–0 silk sutures. One end of the tendon
was tied to a force transducer and the other tendon to the lever arm of a servomotor (Aurora
Scientific, Aurora, ON, Canada). Muscles were stimulated directly with a pulse duration of
2 ms. With the muscle length set at optimum length (Lo) the maximum isometric tetanic
force (Po) was determined. The susceptibility of EDL muscles to contraction-induced injury
was assessed by seven lengthening contractions. The muscles were set at Lo, activated maxi-
mally, and then stretched through a strain of 30%, relaxed for a 30 s recovery period and then
exposed to multiple stretches of 30%. Following contractile evaluation, muscles were weighed
to calculate specific force. The total fiber cross-sectional area (CSA) was calculated based on
the measurements of optimal muscle length (mm), muscle mass (mg), a muscle density of
1.06 g/cm2 and an Lf/Lo ratio of 0.44 for the EDL muscles [39]. The specific force sPo (kN/m

2)
was determined by dividing Po (kN) by the CSA (m2). The force deficit produced by the
lengthening contraction protocol (LCP) was assessed by expressing the maximum isometric
force Po (mN) measured after the lengthening contraction protocol as a percentage of the Po
(mN) before injury. After being subjected to functional testing, the mice were euthanized and
individual tissues from the right hindlimb were rapidly excised and processed for IHC and
histological analysis. The left hindlimbs were amputated and fixed in 10% neutral buffered
formalin for subsequent paraffin section preparation.

Histology
In order to compare MRI results with histopathology, the left hindlimbs were collected and
fixed in 10% neutral buffered formalin for 5–7 days. The samples were decalcified with Rapid-
Cal Immuno, from BBC biochemical (http://www.bbcus.com, Seattle, WA). Areas of interest
were based on MRI results and were measured in relation to the patella. Tissue marking ink
was used to create a 2–3 mm wide external mark circumscribing the tibia, fibula, and associated
muscles. Hindlimbs were sectioned into three regions (Fig 1). Section “A” was made by cutting
a cross-section on both sides of the ink, and placing the distal side down in a cassette. Section
“B” was made by cutting 2 mm proximal to the stifle (knee) and placing the distal side down in
the cassette. Section “C” was made by cutting 2 mm proximal to the hock (tarsal joint) and
placing the cranial side down in the cassette (Fig 1). Then the individual sections were rinsed in
their cassettes for 30 minutes. Samples were transferred to 70% ethanol, paraffin processed on
an 8-hour schedule, and then paraffin embedded to maintain the same orientation obtained at
grossing. Five paraffin sections were made at each of the 3 regions, separated by 100 μm. The
first section was stained for hematoxylin and eosin (H&E) and the second for Masson’s tri-
chrome. Images were captured from whole-slide images acquired with the Aperio ScanScope
AT (Aperio, Carlsbad, CA, USA) using the 20x objective.

Immunofluorescence
Immunofluorescence (IF) was conducted inmdx and control mice. The following muscles of
the right hindlimb were harvested at the end of the study: tibialis anterior (TA); extensor digi-
torum longus (EDL); soleus (SOL); gastrocnemius (GA) (both the medial and lateral GA com-
bined); and quadriceps (QUAD). Dissected muscles were embedded in Tissue-Tek OCT
medium (Sakura Finetek USA, Torrance, CA) and frozen in liquid-nitrogen-cooled isopentane.
Sections were cut transversely at the midbelly region in a cryostat at 10 μm thickness. Cryosec-
tions were blocked in KPBS (20 mM potassium phosphate pH 7.4, 150 mM sodium chloride)
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containing 0.3 mg/ml bovine serum albumin (BSA) and 1% Tween-20. The blocked sections
were incubated for 2 hours with primary antibodies against the N-terminal region of dystro-
phin (raised in rabbit, used at 1:800) and the α2-chain of laminin (raised in rat; Sigma,
St. Louis, MO, used at 1:800) in KPBS-G containing 2% normal goat serum. After several
washes with KPBS-G, the sections were incubated for 1 hour with Alexa Fluor 488 goat anti-
rabbit IgG and Alexa Fluor 594 goat anti-rat IgG (Molecular Probes, Eugene, OR, used at
1:1200). Immuno-stained slides were washed repeatedly with KBPS-G and mounted with Pro-
Long Gold antifade reagent with DAPI (Molecular Probes, Eugene, OR). Images of the entire
muscle cross-section were captured using a Nikon Eclipse E1000 fluorescent microscope
(Nikon, New York, NY) attached to a digital camera with slightly overlapping fields to obtain
images from the entire muscle. The cross-section of the muscle was reconstructed in Adobe
Photoshop from the digital images. Quantitative analysis was performed by counting fibers in
a minimum of four random fields (800 fibers per muscle cross-section). These fields were used
to measure both myofiber areas and the percentage of myofibers with centrally located nuclei.
The total area occupied by μDys-positive fibers was calculated as a percentage of the total mus-
cle area. For bright-field microscopy, cryosections were briefly fixed in methanol and stained
with Gill’s hematoxylin and eosin-phyloxine. The sections were washed, dehydrated and
cleared in xylene before mounting with Permount (Fisher Scientific, Fairlong, NJ).

Results
To provide verification that the treatment protocol resulted in improvements to myofiber mor-
phology and muscle physiology we examined tissue sections of treated and control animals and
performed ex vivo EDL muscle force measurements. Furthermore, micro-dystrophin (μDys)
expression and serum levels for creatine kinase (CK) were used to assess efficacy of transgene
delivery.

We observed widespread expression of the transgene in the limb and diaphragmmuscles of
9-month-oldmdxmice following treatment with 1013 vg of rAAV6.CK8.H3μDys by retro-orbital

Fig 1. Sectioning scheme for histology results.

doi:10.1371/journal.pone.0124914.g001
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(RO) injection at 3 months of age (Fig 2). Although dystrophin expression was observed in all
muscles examined, positive fibers were distributed in clusters covering approximately 50–65% of
the total cross-sectional area of individual muscles (Fig 3). A modest reduction in serum CK lev-
els from 12,000 to 8,000 U/L was also observed.

The transduction and muscle contractile profiles in the EDL muscles were evaluated in-
depth (Figs 4 and 5). We found extensive μDys expression (57 ± 12%) in the EDL muscle of
treatedmdxmice (Figs 6A and 4A) six months after treatment. Fiber size variation and central-
ly nucleated fibers inmdxmice are consistent with ongoing muscle damage and regeneration.
Histological evaluation of the treated group revealed a significant increase in fiber size to that
of normal mice, and a decrease in size variability in the dystrophin positive myofibers. Com-
paringmdx controls with treatedmdx, the average myofiber diameter increased from 44.1 to
52.5 μm (Fig 4B, P< 0.001). At ~9 months of age, 65 ± 3.5% of the untreatedmdx EDL muscle
myofibers contained centrally located nuclei. No reduction in the percentage of central nucle-
ation in myofibers of treatedmdxmice was observed, possibly due to repeated cycles of regen-
eration prior to treatment at 3 months of age (Fig 4C). Although myofiber transduction was
significant, efficiency may have been reduced in 9-month-oldmdxmice due to the increased fi-
brosis and muscle fiber damage that would have been present in 3-month oldmdxmuscle at
the time of treatment.

Mice lacking dystrophin are more susceptible to contraction-induced injury. Upon termina-
tion of the study, we isolated the right EDL from each mouse and performed ex vivo force mea-
surements to test how expression affected muscle contraction. Comparing absolute isometric
tetanic force betweenmdxmice, we found treatment with rAAV6.CK8.H3μDys resulted in a
small improvement compared with untreatedmdxmice, however differences did not reach sta-
tistical significance, and they were not significantly different than wild-type values (Fig 5A). To
assess the specific force, we normalized per cross-sectional area (CSA) and found AAV6-me-
diated H3μDys therapy improved function compared with untreatedmdx, but did not reach
statistical significance (P> 0.05) (Fig 5B) and both were below wild-type animals. We next

Fig 2. Whole-bodymicro-dystrophin gene transfer to the musculature using rAAV6. AAV6.CK8.H3μDys was administered by retro-orbital injection of
3-month-oldmdxmice at a dose of 1013 vg, and tissues were analyzed 6 months later. All striated muscles were found to express widespread levels of the
humanmicro-dystrophin. Shown are representative cross-sections of the TA, EDL, soleus, gastrocnemius, quadriceps, and diaphragmmuscles
immunostained with a rabbit polyclonal antibody against the N-terminal domain of dystrophin. Top row, muscles from wild-type mice; middle row, muscles
frommdxmice; bottom row, muscles frommdxmice injected with rAAV6.CK8.H3μDys. Scale bar: 100 μm.

doi:10.1371/journal.pone.0124914.g002
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subjected each EDL to a series of repeated eccentric contractions. Comparing decay curves,
AAV-mediated H3μDys expression provided protection against eccentric contraction-induced
injury (Fig 5C). We saw statistically significant improvements following the second eccentric
contraction (P< 0.001). A comparison of the fourth versus the first contraction demonstrates
that response to injury following treatment was increased over untreatedmdx (Fig 5D). Thus,
treatment with rAAV6.CK8.H3μDys provides an overall improvement in resistance to eccen-
tric contraction-induced injury, although it does not restore specific force generation to wild-
type levels.

Having established a comprehensive profile of the histological features and functional
changes ofmdx skeletal muscle treated with rAAV6.CK8.H3μDys, our focus will be on the ap-
plicability of MRI as a tool to monitor disease progression and efficacy of treatment, starting
with an interpretation of T2 values and how they compare to muscle histology.

Fig 7 displays T2w images alongside 3-D rendered muscle volumes with necrotic regions
highlighted in red. These regions appear as hyper-intense on the T2w images. T2w images for a
normal mouse (A) and anmdx4cvmouse before (B) and 8 weeks (C), 16 weeks (D) and 24 weeks
(E) after AAV vector-mediated gene therapy highlight the changes in the musculature—T2

Fig 3. Anti-dystrophin staining for TA, GA and SOLmuscles. Anti-dystrophin sAnti-dystrophin staining (green) shows clusters of transduced myofibers in
representative sections of (A) TA, (B) GA, and (C) SOL muscles. Negative fibers (red) revealed morphological features of necrosis. (D) Between 50 to 65% of
the total cross-sectional myofiber area of the selected muscles stained positive for dystrophin (n = 4). Scale bar: 500 μm.

doi:10.1371/journal.pone.0124914.g003
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values were measured on unaffected muscles for TA (K), GA (L) and SOL (M) (hyperintense
areas avoided). To visualize the effects of the therapy or natural necrosis/regeneration, we created
3Dmuscle volume renders with necrotic regions segmented in red using high-resolution 3D
T2w images (the comparison being between a normal mouse (F) and the four time points (G-J)
for anmdx4cvmouse). With the application of the gene therapy, we would expect the treated
mice to display less necrosis or other pathological regions in the tissue. The visual results indicate
an overall decrease in the affected regions post-treatment for the treated mice.

Table 2 displays the measurements for each group, separated by muscle type and time
point. All values had % change values calculated by taking the difference of the two data points
and dividing by the initial value. Once this was calculated for each individual mouse, the values
for each group were averaged to produce group values (treated and untreated). The T2 values
showed an overall larger percentage decrease: -11.7% versus (vs) -4.7%, -8.2% vs -6.2%, and
-7.1% -7.0% for the TA, GA, and SOL muscles, treated vs untreated, respectively in the values
measured when comparing the pre-treatment values to Post-Rx 24 week values. The ADC

Fig 4. Systemic administration of rAAV6-μDys enhances the structural properties of EDLmuscles in dystrophicmice. (A) Treatment restored
expression of dystrophin in the majority of EDL myofibers of treated mice, in contrast with no expression in the muscles of untreated mice and complete
expression in the muscles of wild-type mice. (B) Dystrophin-positive myofibers of treated EDL muscles (mdx T Dys(+)) were larger in diameter (median
myofiber diameter; wild-type, 54 μm; dystrophic, 43 μm; treated dystrophin-positive fibers, 52 μm). Shown is the mean and distribution (25th and 75th
percentile are represented by the box, and the whiskers represent the farthest diameter of muscle fibers). (C) There was no change in central nucleation
compared with the myofibers in the muscles of untreated mice. (D) EDLmuscle mass was restored to wild-type values in treated dystrophic mice. n = 3 for
WT; n = 3 formdx; and n = 4 formdx T. Error bars represent SEM. *P < 0.05, **P < 0.01, and ***P < 0.001.

doi:10.1371/journal.pone.0124914.g004
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values measured showed a higher range of variability, with the TA muscle measurements:
-5.3% vs -1.9% while the GA and SOL muscles: 3.3% (an increase in value) vs -0.4% and -1.7%
vs 0.2%. The MT Ratio values also showed percentage changes between the two groups of ani-
mals (-8.9 vs -4.0, -11.8 vs 0.14, and -6.8 vs -3.9 for treated vs untreated TA, GA, and SOL mus-
cles, respectively).

Figs 8–10 display the measurements of comparing untreated vs treated groups in terms of %
changes for each imaging modality on the left based off the data from Table 2, while the right
displays the progression of average values measured for the treated mice (n = 4) against the ini-
tial average of both the normal (n = 3) and allmdx4cv mice (n = 7). Note the levels of signifi-
cance for the T2 are more prominent in all 3-muscle groups of TA and GA and SOL muscles.
These measurements were to investigate the differences between each group at any given
time point.

The statistical analysis was carried out via two-way ANOVA that compared columns within
rows and accounted for simple effects within rows: the columns were time points (Pre-Rx and

Fig 5. Systemic administration of rAAV6-μDys improves some functional properties of EDLmuscles in dystrophic mice. (A) The maximum peak
isometric force-producing capacity of EDL muscles was unchanged among wild-type, untreated, and treated mice. (B) Treatment did not improve the peak
isometric-force-producing capacity of EDL muscles as normalized for cross-sectional area (wild-type, 250 ± 10;mdx, 149 ± 18; treatedmdx, 182 ± 12 kN/m2).
(C) The muscles of treated mice show improved resistance to contraction-induced injury when subjected to consecutive eccentric contractions of 20%
beyond optimal muscle length. Bars represent the mean ± SEM percentage of the initial optimal muscle contraction. Treated muscles were significantly
(*P < 0.05; ***P < 0.001) protected from contraction-induced injury when compared tomdxmice. (D) A comparison of the fourth versus the first contraction
demonstrates response to injury following treatment was significantly improved over untreatedmdx. n = 7 for WT; n = 8 formdx; and n = 4 formdx T. Error
bars represent SEM.

doi:10.1371/journal.pone.0124914.g005
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8, 16, 24 weeks Post-Rx) for the various groups while the rows were the 3 different muscle
groups (TA, GA, and SOL). The analysis showed similar trends: the T2 measurements were sig-
nificant for all three muscle types in regard to Pre-Rx (treatment) measurements vs Post-Rx
measurements, along with the GA and SOL displaying significance between the untreated and

Fig 6. Immunofluorescent staining of 9 month EDLmuscle for laminin (red), dystrophin (green), and
nuclei (blue). (A) A composite cross-sectional image of an EDLmuscle from a treatedmdxmouse and a
detail of the boxed area. (B) Control C57BL/6 EDL muscle sections demonstrate normal sarcolemmal
localization of dystrophin and normal morphology. (C) Staining of EDL sections frommdxmice reveals the
absence of dystrophin and demonstrates morphological characteristics of dystrophy, including variation in
fiber size and abundant centrally located myonuclei. Scale bars: 100 μm (A-C); 1 mm (composite image).

doi:10.1371/journal.pone.0124914.g006

MRI for Mdx Mice Treated with Gene Therapy

PLOS ONE | DOI:10.1371/journal.pone.0124914 April 9, 2015 12 / 24



treated groups. The P-value for the comparison of the normal and allmdxmice Pre-Rx
was< 0.0001, for the TA and GA muscles, while the SOL had a P-value of 0.0001. The TA,
GA, and SOL muscle groups continued to show significance between the untreated and treated
groups for all subsequent time points in the T2 modality: 0.0018, 0.0043, and 0.0018 for the 8,
16, and 24 weeks Post-Rx, respectively (TA), 0.0003, 0.00001, and 0.0097 (GA), and 0.0001,
0.0001, 0.0018 (SOL). The MTR measurements for the same muscle groups also showed signif-
icance in several muscle groups: 0.026 (SOL in normal vs untreated mdx), 0.024 (GA in normal
24 week Post-Rx vs untreated), and 0.0062 (GA in normal mice averaged pre and post Rx vs
untreated).

The MRI measurements taken were correlated with histopathology (utilizing H&E and
Masson’s trichrome staining) to visually represent the cellular processes of muscle degenera-
tion and regeneration (Fig 11). We attempted to utilize histology as a means of corroborating
what was seen in various MR techniques, such as muscle necrosis and fibrosis. The hyperin-
tense regions visible in the T2 images, for example, can be seen as necrotic tissue in the H&E
stained histology slides. Fig 11 displays tissue sample analysis: histology was done on the left
hindlimbs of all mice involved in the study. Representative T2 images are present (Fig 11A)
and (Fig 11B) for untreated and treatedmdxmice, respectively. The untreatedmdxmouse in
Fig 11A shows a large hyper-intense region situated near the gastrocnemius (GA) muscle. No
such region is visible in the treatedmdxmouse as displayed in Fig 11B. Fig 11C and 11E show

Fig 7. 3D visualization of longitudinal T2w imaging. T2w images for a normal mouse (A) and anmdx4cv
mouse before (B) and 8 weeks (C), 16 weeks (D) and 24 weeks (E) after AAV vector mediated gene therapy.
3D muscle volume with necrotic regions segmented with high resolution in red. 3D T2w image acquired for
the same normal mouse (F) and the four time points (G-J) for themdx4cvmouse. Scale bar = 5 mm.

doi:10.1371/journal.pone.0124914.g007
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representative H&E images of an untreatedmdxmouse at 1.6x and 20x magnification of the
GA muscle, respectively. The untreatedmdxmouse showed variability in fiber size with multi-
focal myofiber necrosis, mononuclear cellular infiltrate, and increased connective tissue (fibro-
sis). Multifocal small fibers with centralized nuclei (regenerative) are seen in the periphery. Fig
11I and 11F display representative Masson trichrome staining from an untreatedmdxmouse
at 1.6x and 20x magnification of the GA muscle, respectively. Collagen stains blue with tri-
chrome stain in the Masson trichrome stained images. There is increased fibrous connective
tissue noted in the untreatedmdxmouse compared to the treatedmdxmouse. Fig 11D and
11G depict representative H&E images of a treatedmdxmouse at 1.6x and 20x magnification
of the tibialis anterior (TA) muscle, respectively. There are multifocal necrotic muscle fibers
(arrows) surrounded by smaller fibers with centralized nuclei (regeneration). There is minimal
mononuclear infiltrate. Fig 11J and 11H show representative Masson trichrome staining from
a treatedmdxmouse at 1.6x and 20x magnification of the TA muscle, respectively. There is a
reduction in fibrous connective tissue in the treatedmdxmouse compared to the untreated
mdxmouse.

Discussion
The success of gene therapy via RO injection of a codon-optimized micro-dystrophin gene was
evaluated through a histopathological examination of skeletal muscle fibers in conjunction
with MRI to monitor treatment, as well as a physiological assay to assess muscle function. We
first examined central nucleation in transduced myofibers and found that in the oldermdx
myofibers the number of centrally-located nuclei remained unchanged, in both dystrophin
negative and positive fibers. However, anti-dystrophin staining of the TA, GA, and SOL mus-
cles inmdxmice revealed clusters of transduced myofibers that were of more normal uniform
structure, whereas the dystrophin negative regions revealed features of necrosis consistent with

Table 2. Valuesmeasured of MR parameters for each group, separated bymuscle type and imaging time point.

MR methods Muscle Treatment Pre-Rx Post-Rx 8wk Post-Rx 16wk Post-Rx 24wk

T2 (ms) TA No 20.4 ± 1.1 19.4 ± 0.7 19.4 ± 0.5 19.0 ± 0.1

Yes 20.7 ± 1.3 18.8 ± 0.4 18.9 ± 0.3 18.8 ± 0.4

GA No 21.3 ± 1.4 20.0 ± 0.1 19.6 ± 0.1 20.3 ± 0.2

Yes 21.0 ± 1.1 19.5 ± 0.7 19.3 ± 0.3 19.9 ± 0.3

SOL No 20.8 ± 0.4 19.7 ± 0.3 19.8 ± 0.4 19.6 ± 0.3

Yes 20.5 ± 0.4 18.9 ± 0.4 18.9 ± 0.2 19.2 ± 0.1

ADC (x 10–5 mm2/s) TA No 135 ± 5 132 ± 3 143 ± 11 129 ± 4

Yes 137 ± 5 139 ± 9 139 ± 5 130 ± 6

GA No 140 ± 7 132 ± 3 132 ± 11 140 ± 4

Yes 139 ± 5 140 ± 9 146 ± 5 143 ± 4

SOL No 133 ± 4 130 ± 5 132 ± 7 133 ± 5

Yes 134 ± 4 135 ± 6 134 ± 4 133 ± 9

MTR (%) TA No 64.8 ± 4.1 62.8 ± 6.7 63.7 ± 5.0 62.4 ± 8.8

Yes 64.7 ± 3.8 62.2 ± 1.9 58.9 ± 3.3 57.9 ± 4.9

GA No 63.1 ± 3.1 60.2 ± 9.5 64.5 ± 6.2 63.3 ± 3.8

Yes 62.9 ± 4.0 58.4 ± 6.3 58.2 ± 3.5 54.8 ± 7.4

SOL No 63.6 ± 3.0 62.8 ± 7.2 62.7 ± 6.7 61.7 ± 8.7

Yes 63.3 ± 3.0 62.3 ± 1.4 59.3 ± 3.0 57.8 ± 4.6

Values for each muscle type were averaged within the respective treatment and non-treatment groups and then compared at each time point.

doi:10.1371/journal.pone.0124914.t002
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Fig 8. T2 values analyzed for TA, GA and SOLmuscles.Graphs for the quantified image values taken from the T2 modality for different muscle types of
TA, GA and SOLmuscles—all images were reviewed and measured. The graphs on the left column depict average T2% change values for both treated and
untreatedmdxmice at each time point for each muscle type while the graphs on the right display averaged T2 values for all mice including the normal (the
normal mice had both pre and post time point data values averaged). *P < 0.05, **P < 0.01, ***P < 0.001 and ****P < 0.0001.

doi:10.1371/journal.pone.0124914.g008
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muscle damage and regeneration. Furthermore, we found that micro-dystrophin expression in
approximately half of the myofibers was sufficient to protect EDL muscle from contraction-in-
duced injury. Only a marginal improvement in specific force production was attained in the
treatedmdx EDL muscle. This may have been due to suboptimal transduction efficiency at the
time of treatment in the 3-monthmdxmice. Data derived fromMRI measurements

Fig 9. ADC values analyzed for TA, GA and SOLmuscles.Graphs for the quantified image values taken from the ADCmodality for different muscle types
of TA, GA and SOLmuscles—all images were reviewed and measured. The graphs on the left column depict average ADC% change values for both treated
and untreatedmdxmice at each time point for each muscle type while the graphs on the right display averaged ADC values for all mice including the normal
(the normal mice had both pre and post time point data values averaged).

doi:10.1371/journal.pone.0124914.g009
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correspond to histological indices indicative of muscle damage, and can be used to monitor the
success of a therapeutic treatment and course of disease.

MRI has been shown to be a useful tool for the investigation of skeletal muscular damage,
functionality, and regeneration. In particular, T2 measurements have been used in a variety of
muscle-tissue based investigations—measurements based on the T2 weighted (T2w) modality
seem to be both sensitive and consistent. Our work looked to expand the non-invasive MR

Fig 10. MTR values analyzed for TA, GA and SOLmuscles.Graphs for the quantified image values taken from the MTRmodality for different muscle
types of TA, GA and SOLmuscles—all images were reviewed and measured. The graphs on the left column depict average MTR% change values for both
treated and untreatedmdxmice at each time point for each muscle type while the graphs on the right display averagedMTR values for all mice including the
normal (the normal mice had both pre and post time point data values averaged). *P < 0.05.

doi:10.1371/journal.pone.0124914.g010

MRI for Mdx Mice Treated with Gene Therapy

PLOS ONE | DOI:10.1371/journal.pone.0124914 April 9, 2015 17 / 24



toolset available in the assessment and treatment of muscular dystrophy. Because the different
modalities are sensitive to distinct properties of the muscle tissue, it is a practical and necessary
step to investigate the refinement of possible MR tools for the assessment of muscular
dystrophy.

In general, the T2 relaxation of skeletal muscle is composed of at least three components
with values< 5, 25–45 and> 100 ms, where the intermediate value range constitutes most of
the signal [40–43]. These T2 values have been attributed to the hydration of macromolecules,
intracellular and extracellular water, respectively. In this study, we used echo times ranging
from 6 to 100 ms that can mostly identify responses for both the intracellular and extracellular
water. In addition, our T2 quantification used the fat suppression method to minimize T2 con-
tribution from fat to muscle T2. Therefore, T2 increase in this study may reflect an increase of
extracellular compartment and/or an increase of necrosis or an increase of inflammation/
edema in skeletal muscle. Diffusion weighted MRI in this study was used to determine the self
diffusion of water in tissue, which is affected by the presence and orientation of physical barri-
ers. Cellular damage alters the structural organization resulting in changed diffusion [44].
ADC values determined by diffusion weighted MRI did not show significant changes among
normal, treated and untreated muscles. This is probably due to the fact that myocellular
changes may be small in themdx4cv mouse model at the ages for our study. MT measurements
showed some statistical significance between the normal and untreatedmdx4cv mice in their
GA and SOL muscles. Magnetization transfer ratio values are sensitive to macromolecular
changes in muscle such as formation of fibrosis. We do not expect a large formation of fibrosis

Fig 11. Tissue Sample Analysis.Histology was done on the left hindlimbs of all mice involved in the study. Representative T2 images are present (A) and
(B). (C) Representative H&E images of an untreatedmdxmouse at 1.6x and (E) is a 20x magnification of the gastrocnemius (GA) muscle (boxed area in (C)).
(I) Representative Masson trichrome staining from an untreatedmdxmouse at 1.6x and (F) is a 20x magnification of the GAmuscle (boxed area in (C)). (D)
Representative H&E images of a treatedmdxmouse at 1.6x magnification and (G) is a 20x magnification of the tibialis anterior (TA) muscle (boxed area in
(D)). (J) Representative Masson trichrome staining from a treatedmdxmouse at 1.6x magnification and (H) is a 20x magnification of the TA muscle (boxed
area in (J)).

doi:10.1371/journal.pone.0124914.g011
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in the adultmdx4cv mice used in this study. However, our MT results show the potential forma-
tion of fibrosis in GA (mixed twitch) and SOL (slow twitch) muscles, demonstrating the MTR
method would be sensitive to macromolecular changes in skeletal muscle. TA muscle, compris-
ing fast twitch fibers, in themdx4cv mouse model did not show a sign of macromolecular
changes.

According to this analysis, the T2 results show the most robust response between both treat-
ment and time point. The two-way ANOVA looking into the treatment groups show strong
significance in the same pattern: the T2 P-values show high significance between the pre and
post-treatment values in all muscle types (as seen in bar graphs of Figs 8–10). Post-treatment
values in the T2 modality were comparable to the values measured in the normal mice. This is
also supported by the % change values (box graphs of Figs 8–10) for each timing point. These
values indicate the initial differences between values for the untreated and treated animals and
the trends that emerged as the data was collected. In conjunction with the histopathology and
imaging comparisons, the results consistently indicate the continuing usefulness of T2 in longi-
tudinal treatment/pathology tracking. While the ADC and MTR measurements may not have
shown as much statistical significance in the ANOVA, it is still worth noting the values of the
data collected for all the imaging modalities show a decreasing trend in the values observed
with only one exception. Also, it is noted that T2 values were decreased after 10 weeks of age re-
gardless of treatment. This finding is similar to what Pratt et al. found in their longitudinal T2
measurements conducted with onemdxmouse from 5 weeks of age to 80 weeks of age [45].

The decrease in T2 values measured for post-treatment, alongside the significance in statisti-
cal measurements, indicates that T2 quantification can act as a good MR marker in non-inva-
sive assessment and evaluation of therapeutic treatment. Although T2 values changed in
response to treatment and correlated with histopathology, a more precise correlation would re-
quire refined MRI protocols and identification of specific cells types. Furthermore, an exact
spatial correspondence between histology and MRI slices would be necessary to verify MRI
findings. There is also an indication that magnetization transfer, and diffusion to an extent, can
also be a useful MR modality with some further refinement in the sequence setup and protocol.
Most notably, an investigation into a more refined diffusion measurement seems to be a good
source of future potential. Further investigation is necessary to acquire images of higher quality
(signal to noise ratio) and consistency with minimization of potential motion artifacts.

The present study itself was fairly narrow in its design and scope—there are several limita-
tions. Because we are working with such small animals that must be anesthetized, there is a lim-
ited window of opportunity to acquire all the scans in the protocol before the mouse’s
condition deteriorates. Thus, the MRI pulse sequences had to be modified in a way to yield the
clearest images without being excessively long. This may have reduced the quality of some of
the MRI maps, notably the diffusion maps that had the longest sequence time. Second, the time
scale for the study itself may not have been the most optimal to give us the most robust results
possible in terms of identifiable bio-markers in post MR analysis and histology. Notably, the
study design might have missed the window for reported onset of progressive muscle replace-
ment by fibrous tissue in youngermdxmice (10–13 weeks) and the extensive fibrosis/calcifica-
tion seen in much oldermdxmice (16–20 months) [46, 47]. The study began with the mice at 3
months of age; it would have been interesting to track possible incursion of fibrosis through
several pre-treatment scans to compare treatment vs non-treatment for both very young mice
and very old mice. Nevertheless, 3-month oldmdxmuscle may better represent the severe dys-
trophic pathology in human muscular dystrophy patients who may be less responsive to gene
therapy.

Another limitation would be the random nature of the naturally occurring muscle degenera-
tion and necrosis. Without a set exercise or induced-injury protocol, the study itself was not
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designed to study all the conditions under which the gene therapy could be administered, and
consequently, be observed and correlated using MRI. As a baseline, the results show promise
for future investigation that can be done utilizing more sophisticated and controlled
observation.

In regard to histopathology and IF, the decalcification of the excised legs is an important
component of specimen preparation for paraffin sections. Over-decalcification removes valu-
able tissue information and limits the amount of information that can be utilized using these
methods. Thus, a careful sample preparation as described in the Materials and Methods section
should be conducted to prevent an over-decalcification. Furthermore, although morphology is
much better retained in paraffin sections, not all antibodies will work with the harsh fixation
involved in their processing. Therefore, frozen sections of harvested muscles from the contra-
lateral leg were utilized for IF experiments to determine the extent of micro-dystrophin expres-
sion. In addition, time of the histology was an important factor pertaining to themdxmodel
itself—certain time points may be better for different muscle pathologies occurring. Because
the histology was only taken for one time point post-treatment, the histology was somewhat
limited. Future studies could look to expand this corroboration between histology and MR by
taking more frequent histology samples at all stages of the study/treatment time points, and
from both legs taking into account the asymmetric muscle pathology and force previously re-
ported inmdxmice [48].

Our treatment protocol resulted in dystrophin expression that led to improvements of mus-
cle function and morphology, as well as significant changes in MRI parameters, especially T2.
Using MRI to examine T2 changes before and after treatment allows for repeated and longitu-
dinal measurements to be made from the lower hindlimb muscles in a single animal. The abili-
ty to examine several muscles simultaneously is particularly useful, because not all muscles
respond in the same way to treatment. Therefore, MRI may be used to complement histological
and physiological studies by determining which muscles undergo the most damage and are
more responsive to treatment.

In conclusion, longitudinal parametric MRI utilizing the T2 has feasibility in the identifying
and monitoring the disease progression and treatment response in themdxmouse model of
muscular dystrophy. MT and diffusion effects will require further testing and refinement to
fully assess their usefulness as MR techniques for muscular dystrophy disease and treatment
tracking. While the T2 measures showed some statistical significance, the MT and diffusion ef-
fects did not show significant differences between treated and untreated muscles in the mdx
mouse model. Consequently, MRI should prove useful in evaluating disease course and thera-
peutic efficacy in many muscular disorders such as muscular dystrophy.

Supporting Information
S1 Dataset. Animal information.
(XLSX)

Acknowledgments
We thank the reviewers for their insightful comments and suggestions.

Author Contributions
Conceived and designed the experiments: JP JW JSC DL. Performed the experiments: JP JW
DL. Analyzed the data: JP JW SEK DL. Contributed reagents/materials/analysis tools: SEK JSC
DL. Wrote the paper: JP JW SEK DL.

MRI for Mdx Mice Treated with Gene Therapy

PLOS ONE | DOI:10.1371/journal.pone.0124914 April 9, 2015 20 / 24

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124914.s001


References
1. Emery AE. The muscular dystrophies. Lancet. 2002; 359(9307):687–95. Epub 2002/03/07. doi: S0140-

6736(02)07815-7 [pii] doi: 10.1016/S0140-6736(02)07815-7 PMID: 11879882.

2. Emery AE, Muntoni F. Duchenne muscular dystrophy. Oxford: Oxford University Press; 2003.

3. Ervasti JM, Campbell KP. A role for the dystrophin-glycoprotein complex as a transmembrane linker be-
tween laminin and actin. The Journal of cell biology. 1993; 122(4):809–23. Epub 1993/08/01. PMID:
8349731; PubMed Central PMCID: PMC2119587.

4. Petrof BJ, Shrager JB, Stedman HH, Kelly AM, Sweeney HL. Dystrophin protects the sarcolemma from
stresses developed during muscle contraction. Proc Natl Acad Sci U S A. 1993; 90(8):3710–4. Epub
1993/04/15. PMID: 8475120; PubMed Central PMCID: PMC46371.

5. Hadar H, Gadoth N, Heifetz M. Fatty replacement of lower paraspinal muscles: normal and neuromus-
cular disorders. AJR American journal of roentgenology. 1983; 141(5):895–8. Epub 1983/11/01. doi:
10.2214/ajr.141.5.895 PMID: 6605058.

6. Rall S, Grimm T. Survival in Duchennemuscular dystrophy. Acta myologica: myopathies and cardiomy-
opathies: official journal of the Mediterranean Society of Myology / edited by the Gaetano Conte Acade-
my for the study of striated muscle diseases. 2012; 31(2):117–20. Epub 2012/10/26. PMID: 23097602;
PubMed Central PMCID: PMC3476855.

7. Wang B, Li J, Xiao X. Adeno-associated virus vector carrying human minidystrophin genes effectively
ameliorates muscular dystrophy in mdx mouse model. Proc Natl Acad Sci U S A. 2000; 97(25):13714–
9. Epub 2000/11/30. doi: 10.1073/pnas.240335297240335297 [pii]. PMID: 11095710; PubMed Central
PMCID: PMC17641.

8. Watchko J, O'Day T, Wang B, Zhou L, Tang Y, Li J, et al. Adeno-associated virus vector-mediated mini-
dystrophin gene therapy improves dystrophic muscle contractile function in mdx mice. Human gene
therapy. 2002; 13(12):1451–60. Epub 2002/09/07. doi: 10.1089/10430340260185085 PMID:
12215266.

9. Fabb SA, Wells DJ, Serpente P, Dickson G. Adeno-associated virus vector gene transfer and sarco-
lemmal expression of a 144 kDa micro-dystrophin effectively restores the dystrophin-associated protein
complex and inhibits myofibre degeneration in nude/mdx mice. Humanmolecular genetics. 2002; 11
(7):733–41. Epub 2002/04/04. PMID: 11929846.

10. Athanasopoulos T, Graham IR, Foster H, Dickson G. Recombinant adeno-associated viral (rAAV) vec-
tors as therapeutic tools for Duchenne muscular dystrophy (DMD). Gene Ther. 2004; 11 Suppl 1:S109–
21. Epub 2004/09/30. doi: 10.1038/sj.gt.33023793302379 [pii]. PMID: 15454965.

11. Yoshimura M, Sakamoto M, Ikemoto M, Mochizuki Y, Yuasa K, Miyagoe-Suzuki Y, et al. AAV vector-
mediated microdystrophin expression in a relatively small percentage of mdx myofibers improved the
mdx phenotype. Molecular therapy: the journal of the American Society of Gene Therapy. 2004; 10
(5):821–8. Epub 2004/10/29. doi: 10.1016/j.ymthe.2004.07.025 PMID: 15509500.

12. Gregorevic P, Blankinship MJ, Allen JM, Crawford RW, Meuse L, Miller DG, et al. Systemic delivery of
genes to striated muscles using adeno-associated viral vectors. Nat Med. 2004; 10(8):828–34. Epub
2004/07/27. doi: 10.1038/nm1085nm1085 [pii]. PMID: 15273747; PubMed Central PMCID:
PMC1365046.

13. Liu M, Yue Y, Harper SQ, Grange RW, Chamberlain JS, Duan D. Adeno-associated virus-mediated
microdystrophin expression protects young mdx muscle from contraction-induced injury. Mol Ther.
2005; 11(2):245–56. Epub 2005/01/26. doi: 10.1016/j.ymthe.2004.09.013 PMID: 15668136; PubMed
Central PMCID: PMC2581717.

14. Gregorevic P, Allen JM, Minami E, Blankinship MJ, Haraguchi M, Meuse L, et al. rAAV6-microdystro-
phin preserves muscle function and extends lifespan in severely dystrophic mice. Nature medicine.
2006; 12(7):787–9. Epub 2006/07/05. doi: 10.1038/nm1439 PMID: 16819550.

15. Banks GB, Gregorevic P, Allen JM, Finn EE, Chamberlain JS. Functional capacity of dystrophins carry-
ing deletions in the N-terminal actin-binding domain. HumMol Genet. 2007; 16(17):2105–13. Epub
2007/06/26. doi: ddm158 [pii] doi: 10.1093/hmg/ddm158 PMID: 17588958.

16. Rodino-Klapac LR, Janssen PM, Montgomery CL, Coley BD, Chicoine LG, Clark KR, et al. A transla-
tional approach for limb vascular delivery of the micro-dystrophin gene without high volume or high
pressure for treatment of Duchenne muscular dystrophy. Journal of translational medicine. 2007; 5:45.
Epub 2007/09/26. doi: 10.1186/1479-5876-5-45 PMID: 17892583; PubMed Central PMCID:
PMC2082019.

17. Gregorevic P, Blankinship MJ, Allen JM, Chamberlain JS. Systemic microdystrophin gene delivery im-
proves skeletal muscle structure and function in old dystrophic mdx mice. Mol Ther. 2008; 16(4):657–
64. Epub 2008/03/13. doi: mt200828 [pii] doi: 10.1038/mt.2008.28 PMID: 18334986; PubMed Central
PMCID: PMC2650831.

MRI for Mdx Mice Treated with Gene Therapy

PLOS ONE | DOI:10.1371/journal.pone.0124914 April 9, 2015 21 / 24

http://dx.doi.org/10.1016/S0140-6736(02)07815-7
http://www.ncbi.nlm.nih.gov/pubmed/11879882
http://www.ncbi.nlm.nih.gov/pubmed/8349731
http://www.ncbi.nlm.nih.gov/pubmed/8475120
http://dx.doi.org/10.2214/ajr.141.5.895
http://www.ncbi.nlm.nih.gov/pubmed/6605058
http://www.ncbi.nlm.nih.gov/pubmed/23097602
http://dx.doi.org/10.1073/pnas.240335297240335297
http://www.ncbi.nlm.nih.gov/pubmed/11095710
http://dx.doi.org/10.1089/10430340260185085
http://www.ncbi.nlm.nih.gov/pubmed/12215266
http://www.ncbi.nlm.nih.gov/pubmed/11929846
http://dx.doi.org/10.1038/sj.gt.33023793302379
http://www.ncbi.nlm.nih.gov/pubmed/15454965
http://dx.doi.org/10.1016/j.ymthe.2004.07.025
http://www.ncbi.nlm.nih.gov/pubmed/15509500
http://dx.doi.org/10.1038/nm1085nm1085
http://www.ncbi.nlm.nih.gov/pubmed/15273747
http://dx.doi.org/10.1016/j.ymthe.2004.09.013
http://www.ncbi.nlm.nih.gov/pubmed/15668136
http://dx.doi.org/10.1038/nm1439
http://www.ncbi.nlm.nih.gov/pubmed/16819550
http://dx.doi.org/10.1093/hmg/ddm158
http://www.ncbi.nlm.nih.gov/pubmed/17588958
http://dx.doi.org/10.1186/1479-5876-5-45
http://www.ncbi.nlm.nih.gov/pubmed/17892583
http://dx.doi.org/10.1038/mt.2008.28
http://www.ncbi.nlm.nih.gov/pubmed/18334986


18. Pacak CA, Walter GA, Gaidosh G, Bryant N, Lewis MA, Germain S, et al. Long-term skeletal muscle
protection after gene transfer in a mouse model of LGMD-2D. Molecular Therapy. 2007; 15(10):1775–
81. doi: 10.1038/Sj.Mt.6300246 PubMed PMID: ISI:000249778000010. PMID: 17653106

19. Salva MZ, Himeda CL, Tai PW, Nishiuchi E, Gregorevic P, Allen JM, et al. Design of tissue-specific reg-
ulatory cassettes for high-level rAAV-mediated expression in skeletal and cardiac muscle. Mol Ther.
2007; 15(2):320–9. Epub 2007/01/20. doi: 6300027 [pii] doi: 10.1038/sj.mt.6300027 PMID: 17235310.

20. Prayson RA. Diagnostic yield associated with multiple simultaneous skeletal muscle biopsies. Am J
Clin Pathol. 2006; 126(6):843–8. Epub 2006/11/01. doi: 78B3M0TGJYT4RUUM [pii] doi: 10.1309/
78B3M0TGJYT4RUUMPMID: 17074688.

21. Salinero-Paniagua E, Esteban-Garcia A, Traba A, Palencia-Herrejon E, Garzo-Fernandez C, Prieto-
Montalvo J. [Modified aspiration needle muscular biopsy in neuromuscular diseases. Use and advan-
tages over open surgical biopsy]. Rev Neurol. 2004; 39(9):821–5. Epub 2004/11/16. doi: rn2003521
[pii]. PMID: 15543496.

22. Coggan AR. Muscle biopsy as a tool in the study of aging. J Gerontol A Biol Sci Med Sci. 1995; 50 Spec
No:30–4. Epub 1995/11/01. PMID: 7493214.

23. Chahin N, Engel AG. Correlation of muscle biopsy, clinical course, and outcome in PM and sporadic
IBM. Neurology. 2008; 70(6):418–24. Epub 2007/09/21. doi: 01.wnl.0000277527.69388.fe [pii] doi: 10.
1212/01.wnl.0000277527.69388.fe PMID: 17881720.

24. Roth SM, Martel GF, Rogers MA. Muscle biopsy and muscle fiber hypercontraction: a brief review. Eur
J Appl Physiol. 2000; 83(4–5):239–45. Epub 2001/01/04. PMID: 11138560.

25. Filosto M, Tonin P, Vattemi G, Bertolasi L, Simonati A, Rizzuto N, et al. The role of muscle biopsy in in-
vestigating isolated muscle pain. Neurology. 2007; 68(3):181–6. Epub 2007/01/17. doi: 10.1212/01.
wnl.0000252252.29532.cc PMID: 17224570.

26. Feng S, Chen D, Kushmerick M, Lee D. Multiparameter MRI analysis of the time course of induced
muscle damage and regeneration. J Magn Reson Imaging. 2014; 40(4):779–88. Epub 2014/06/14. doi:
10.1002/jmri.24417 PMID: 24923472; PubMed Central PMCID: PMC4059785.

27. Mercuri E, Jungbluth H, Muntoni F. Muscle imaging in clinical practice: diagnostic value of muscle mag-
netic resonance imaging in inherited neuromuscular disorders. Curr Opin Neurol. 2005; 18(5):526–37.
Epub 2005/09/13. doi: 00019052-200510000-00008 [pii]. PMID: 16155435.

28. Gadian DG. Nuclear magnetic resonance and its applications to living systems. New York: Oxford Uni-
versity Press; 1995.

29. Stuckey DJ, Carr CA, Camelliti P, Tyler DJ, Davies KE, Clarke K. In vivo MRI characterization of pro-
gressive cardiac dysfunction in the mdx mouse model of muscular dystrophy. PLoS One. 2012; 7(1):
e28569. Epub 2012/01/12. doi: 10.1371/journal.pone.0028569 PMID: 22235247; PubMed Central
PMCID: PMC3250389.

30. Willis TA, Hollingsworth KG, Coombs A, Sveen ML, Andersen S, Stojkovic T, et al. Quantitative muscle
MRI as an assessment tool for monitoring disease progression in LGMD2I: a multicentre longitudinal
study. PLoS One. 2013; 8(8):e70993. Epub 2013/08/24. doi: 10.1371/journal.pone.0070993 PMID:
23967145; PubMed Central PMCID: PMC3743890.

31. Tasca G, Pescatori M, Monforte M, Mirabella M, Iannaccone E, Frusciante R, et al. Different molecular
signatures in magnetic resonance imaging-staged facioscapulohumeral muscular dystrophy muscles.
PLoS One. 2012; 7(6):e38779. Epub 2012/06/22. doi: 10.1371/journal.pone.0038779 PMID:
22719944; PubMed Central PMCID: PMC3374833.

32. Finanger EL, Russman B, Forbes SC, Rooney WD, Walter GA, Vandenborne K. Use of skeletal muscle
MRI in diagnosis and monitoring disease progression in Duchenne muscular dystrophy. Phys Med
Rehabil Clin N Am. 2012; 23(1):1–10, ix. Epub 2012/01/14. doi: S1047-9651(11)00103-3 [pii] doi: 10.
1016/j.pmr.2011.11.004 PMID: 22239869; PubMed Central PMCID: PMC3561672.

33. Verhaert D, Richards K, Rafael-Fortney JA, Raman SV. Cardiac involvement in patients with muscular
dystrophies: magnetic resonance imaging phenotype and genotypic considerations. Circ Cardiovasc
Imaging. 2011; 4(1):67–76. Epub 2011/01/20. doi: 4/1/67 [pii] doi: 10.1161/CIRCIMAGING.110.960740
PMID: 21245364; PubMed Central PMCID: PMC3057042.

34. ImWB, Phelps SF, Copen EH, Adams EG, Slightom JL, Chamberlain JS. Differential expression of
dystrophin isoforms in strains of mdx mice with different mutations. HumMol Genet. 1996; 5(8):1149–
53. Epub 1996/08/01. PMID: 8842734.

35. Banks GB, Judge LM, Allen JM, Chamberlain JS. The polyproline site in hinge 2 influences the function-
al capacity of truncated dystrophins. PLoS genetics. 2010; 6(5):e1000958. Epub 2010/05/27. doi: 10.
1371/journal.pgen.1000958 PMID: 20502633; PubMed Central PMCID: PMC2873924.

36. Posse S, Cuenod CA, Le Bihan D. Human brain: proton diffusion MR spectroscopy. Radiology. 1993;
188(3):719–25. Epub 1993/09/01. doi: 10.1148/radiology.188.3.8351339 PMID: 8351339.

MRI for Mdx Mice Treated with Gene Therapy

PLOS ONE | DOI:10.1371/journal.pone.0124914 April 9, 2015 22 / 24

http://dx.doi.org/10.1038/Sj.Mt.6300246
http://www.ncbi.nlm.nih.gov/pubmed/17653106
http://dx.doi.org/10.1038/sj.mt.6300027
http://www.ncbi.nlm.nih.gov/pubmed/17235310
http://dx.doi.org/10.1309/78B3M0TGJYT4RUUM
http://dx.doi.org/10.1309/78B3M0TGJYT4RUUM
http://www.ncbi.nlm.nih.gov/pubmed/17074688
http://www.ncbi.nlm.nih.gov/pubmed/15543496
http://www.ncbi.nlm.nih.gov/pubmed/7493214
http://dx.doi.org/10.1212/01.wnl.0000277527.69388.fe
http://dx.doi.org/10.1212/01.wnl.0000277527.69388.fe
http://www.ncbi.nlm.nih.gov/pubmed/17881720
http://www.ncbi.nlm.nih.gov/pubmed/11138560
http://dx.doi.org/10.1212/01.wnl.0000252252.29532.cc
http://dx.doi.org/10.1212/01.wnl.0000252252.29532.cc
http://www.ncbi.nlm.nih.gov/pubmed/17224570
http://dx.doi.org/10.1002/jmri.24417
http://www.ncbi.nlm.nih.gov/pubmed/24923472
http://www.ncbi.nlm.nih.gov/pubmed/16155435
http://dx.doi.org/10.1371/journal.pone.0028569
http://www.ncbi.nlm.nih.gov/pubmed/22235247
http://dx.doi.org/10.1371/journal.pone.0070993
http://www.ncbi.nlm.nih.gov/pubmed/23967145
http://dx.doi.org/10.1371/journal.pone.0038779
http://www.ncbi.nlm.nih.gov/pubmed/22719944
http://dx.doi.org/10.1016/j.pmr.2011.11.004
http://dx.doi.org/10.1016/j.pmr.2011.11.004
http://www.ncbi.nlm.nih.gov/pubmed/22239869
http://dx.doi.org/10.1161/CIRCIMAGING.110.960740
http://www.ncbi.nlm.nih.gov/pubmed/21245364
http://www.ncbi.nlm.nih.gov/pubmed/8842734
http://dx.doi.org/10.1371/journal.pgen.1000958
http://dx.doi.org/10.1371/journal.pgen.1000958
http://www.ncbi.nlm.nih.gov/pubmed/20502633
http://dx.doi.org/10.1148/radiology.188.3.8351339
http://www.ncbi.nlm.nih.gov/pubmed/8351339


37. Le Bihan D, Breton E, Lallemand D, Aubin ML, Vignaud J, Laval-Jeantet M. Separation of diffusion and
perfusion in intravoxel incoherent motion MR imaging. Radiology. 1988; 168(2):497–505. Epub 1988/
08/01. PMID: 3393671.

38. Le Bihan D, Breton E, Lallemand D, Desbleds MT, Aubin ML, Vignaud J, et al. Contribution of intravoxel
incoherent motion (IVIM) imaging to neuroradiology. J Neuroradiol. 1987; 14(4):295–312. Epub 1987/
01/01. PMID: 3450796.

39. Brooks SV, Faulkner JA. Contractile properties of skeletal muscles from young, adult and aged mice.
The Journal of physiology. 1988; 404:71–82. Epub 1988/10/01. PMID: 3253447; PubMed Central
PMCID: PMC1190815.

40. Hazlewood CF, Chang DC, Nichols BL, Woessner DE. Nuclear magnetic resonance transverse relaxa-
tion times of water protons in skeletal muscle. Biophys J. 1974; 14(8):583–606. Epub 1974/08/01. doi:
10.1016/S0006-3495(74)85937-0 PMID: 4853385; PubMed Central PMCID: PMC1334554.

41. Fullerton GD, Potter JL, Dornbluth NC. NMR relaxation of protons in tissues and other macromolecular
water solutions. Magn Reson Imaging. 1982; 1(4):209–26. Epub 1982/01/01. PMID: 6927208.

42. ColeWC, LeBlanc AD, Jhingran SG. The origin of biexponential T2 relaxation in muscle water. Magn
Reson Med. 1993; 29(1):19–24. Epub 1993/01/01. PMID: 8419738.

43. Saab G, Thompson RT, Marsh GD. Multicomponent T2 relaxation of in vivo skeletal muscle. Magn
Reson Med. 1999; 42(1):150–7. Epub 1999/07/10. doi: 10.1002/(SICI)1522-2594(199907)42:1<150::
AID-MRM20>3.0.CO;2–5 [pii]. PMID: 10398961.

44. Heemskerk AM, Strijkers GJ, Drost MR, van Bochove GS, Nicolay K. Skeletal muscle degeneration
and regeneration after femoral artery ligation in mice: monitoring with diffusion MR imaging. Radiology.
2007; 243(2):413–21. Epub 2007/03/27. doi: 2432060491 [pii] doi: 10.1148/radiol.2432060491 PMID:
17384238.

45. Pratt SJ, Xu S, Mullins RJ, Lovering RM. Temporal changes in magnetic resonance imaging in the mdx
mouse. BMC research notes. 2013; 6(1):262. Epub 2013/07/11. doi: 10.1186/1756-0500-6-262 PMID:
23837666; PubMed Central PMCID: PMC3716616.

46. Grounds MD, Radley HG, Lynch GS, Nagaraju K, De Luca A. Towards developing standard operating
procedures for pre-clinical testing in the mdx mouse model of Duchenne muscular dystrophy. Neurobiol
Dis. 2008; 31(1):1–19. Epub 2008/05/24. doi: 10.1016/j.nbd.2008.03.008 PMID: 18499465; PubMed
Central PMCID: PMC2518169.

47. Lefaucheur JP, Pastoret C, Sebille A. Phenotype of dystrophinopathy in old mdx mice. The Anatomical
record. 1995; 242(1):70–6. Epub 1995/05/01. doi: 10.1002/ar.1092420109 PMID: 7604983.

48. Kobayashi YM, Rader EP, Crawford RW, Campbell KP. Endpoint measures in the mdx mouse relevant
for muscular dystrophy pre-clinical studies. Neuromuscular disorders: NMD. 2012; 22(1):34–42. Epub
2011/12/14. doi: 10.1016/j.nmd.2011.08.001 PMID: 22154712; PubMed Central PMCID:
PMC3264796.

49. Heemskerk AM, Drost MR, van Bochove GS, van Oosterhout MF, Nicolay K, Strijkers GJ. DTI-based
assessment of ischemia-reperfusion in mouse skeletal muscle. Magn Reson Med. 2006; 56(2):272–81.
Epub 2006/07/11. doi: 10.1002/mrm.20953 PMID: 16826605.

50. van Nierop BJ, Stekelenburg A, Loerakker S, Oomens CW, Bader D, Strijkers GJ, et al. Diffusion of
water in skeletal muscle tissue is not influenced by compression in a rat model of deep tissue injury. J
Biomech. 2010; 43(3):570–5. Epub 2009/11/10. doi: 10.1016/j.jbiomech.2009.07.043 PMID:
19897200.

51. Mattila KT, Lukka R, Hurme T, KomuM, Alanen A, Kalimo H. Magnetic resonance imaging and magne-
tization transfer in experimental myonecrosis in the rat. Magn Reson Med. 1995; 33(2):185–92. Epub
1995/02/01. PMID: 7707908.

52. McDaniel JD, Ulmer JL, Prost RW, Franczak MB, Jaradeh S, Hamilton CA, et al. Magnetization transfer
imaging of skeletal muscle in autosomal recessive limb girdle muscular dystrophy. J Comput Assist
Tomogr. 1999; 23(4):609–14. Epub 1999/08/05. PMID: 10433295.

53. Henkelman RM, Stanisz GJ, Graham SJ. Magnetization transfer in MRI: a review. NMR Biomed. 2001;
14(2):57–64. Epub 2001/04/26. PMID: 11320533.

54. Sinclair CD, Samson RS, Thomas DL, Weiskopf N, Lutti A, Thornton JS, et al. Quantitative magnetiza-
tion transfer in in vivo healthy human skeletal muscle at 3 T. Magn Reson Med. 2010; 64(6):1739–48.
Epub 2010/07/29. doi: 10.1002/mrm.22562 PMID: 20665899; PubMed Central PMCID: PMC3077519.

55. Qiao Y, Hallock KJ, Hamilton JA. Magnetization transfer magnetic resonance of human atherosclerotic
plaques ex vivo detects areas of high protein density. Journal of cardiovascular magnetic resonance:
official journal of the Society for Cardiovascular Magnetic Resonance. 2011; 13:73. Epub 2011/11/24.
doi: 10.1186/1532-429X-13-73 PMID: 22107813; PubMed Central PMCID: PMC3278375.

MRI for Mdx Mice Treated with Gene Therapy

PLOS ONE | DOI:10.1371/journal.pone.0124914 April 9, 2015 23 / 24

http://www.ncbi.nlm.nih.gov/pubmed/3393671
http://www.ncbi.nlm.nih.gov/pubmed/3450796
http://www.ncbi.nlm.nih.gov/pubmed/3253447
http://dx.doi.org/10.1016/S0006-3495(74)85937-0
http://www.ncbi.nlm.nih.gov/pubmed/4853385
http://www.ncbi.nlm.nih.gov/pubmed/6927208
http://www.ncbi.nlm.nih.gov/pubmed/8419738
http://dx.doi.org/10.1002/(SICI)1522-2594(199907)42:1&lt;150::AID-MRM20&gt;3.0.CO;2&ndash;5
http://dx.doi.org/10.1002/(SICI)1522-2594(199907)42:1&lt;150::AID-MRM20&gt;3.0.CO;2&ndash;5
http://www.ncbi.nlm.nih.gov/pubmed/10398961
http://dx.doi.org/10.1148/radiol.2432060491
http://www.ncbi.nlm.nih.gov/pubmed/17384238
http://dx.doi.org/10.1186/1756-0500-6-262
http://www.ncbi.nlm.nih.gov/pubmed/23837666
http://dx.doi.org/10.1016/j.nbd.2008.03.008
http://www.ncbi.nlm.nih.gov/pubmed/18499465
http://dx.doi.org/10.1002/ar.1092420109
http://www.ncbi.nlm.nih.gov/pubmed/7604983
http://dx.doi.org/10.1016/j.nmd.2011.08.001
http://www.ncbi.nlm.nih.gov/pubmed/22154712
http://dx.doi.org/10.1002/mrm.20953
http://www.ncbi.nlm.nih.gov/pubmed/16826605
http://dx.doi.org/10.1016/j.jbiomech.2009.07.043
http://www.ncbi.nlm.nih.gov/pubmed/19897200
http://www.ncbi.nlm.nih.gov/pubmed/7707908
http://www.ncbi.nlm.nih.gov/pubmed/10433295
http://www.ncbi.nlm.nih.gov/pubmed/11320533
http://dx.doi.org/10.1002/mrm.22562
http://www.ncbi.nlm.nih.gov/pubmed/20665899
http://dx.doi.org/10.1186/1532-429X-13-73
http://www.ncbi.nlm.nih.gov/pubmed/22107813


56. Adler J, Swanson SD, Schmiedlin-Ren P, Higgins PD, Golembeski CP, Polydorides AD, et al. Magneti-
zation transfer helps detect intestinal fibrosis in an animal model of Crohn disease. Radiology. 2011;
259(1):127–35. Epub 2011/02/18. doi: 10.1148/radiol.10091648 PMID: 21324841; PubMed Central
PMCID: PMC3064818.

MRI for Mdx Mice Treated with Gene Therapy

PLOS ONE | DOI:10.1371/journal.pone.0124914 April 9, 2015 24 / 24

http://dx.doi.org/10.1148/radiol.10091648
http://www.ncbi.nlm.nih.gov/pubmed/21324841


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /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 true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /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
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


