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ABSTRACT Oxidative stress has been implicated in
the etiology of age-related muscle loss (sarcopenia).
However, the underlying mechanisms by which oxida-
tive stress contributes to sarcopenia have not been
thoroughly investigated. To directly examine the role
of chronic oxidative stress in vivo, we used a mouse
model that lacks the antioxidant enzyme CuZnSOD
(Sod1). Sod1�/� mice are characterized by high levels of
oxidative damage and an acceleration of sarcopenia. In
the present study, we demonstrate that muscle atrophy
in Sod1�/� mice is accompanied by a progressive de-
cline in mitochondrial bioenergetic function and an
elevation of mitochondrial generation of reactive oxy-
gen species. In addition, Sod1�/� muscle exhibits a
more rapid induction of mitochondrial-mediated apo-
ptosis and loss of myonuclei. Furthermore, aged
Sod1�/� mice show a striking increase in muscle mito-
chondrial content near the neuromuscular junctions
(NMJs). Despite the increase in content, the function of
mitochondria is significantly impaired, with increased
denervated NMJs and fragmentation of acetylcholine
receptors. As a consequence, contractile force in aged
Sod1�/� muscles is greatly diminished. Collectively, we
show that Sod1�/� mice display characteristics of nor-
mal aging muscle in an accelerated manner and pro-
pose that the superoxide-induced NMJ degeneration
and mitochondrial dysfunction are potential mecha-
nisms of sarcopenia.—Jang, Y. C., Lustgarten, M. S.,
Liu, Y., Muller, F. L., Bhattacharya, A., Liang, H.,
Salmon, A. B., Brooks, S. V., Larkin, L., Hayworth,
C. R., Richardson, A., and Van Remmen, H. Increased
superoxide in vivo accelerates age-associated muscle
atrophy through mitochondrial dysfunction and neuro-
muscular junction degeneration. FASEB J. 24, 1376–1390
(2010). www.fasebj.org
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Sarcopenia, the age-related loss of muscle mass
and function, is the major contributor to frailty in the
elderly and predisposes the aging population to inju-
ries. Despite the high occurrence and clinical relevance
of sarcopenia, the exact biochemical and molecular
mechanisms responsible for muscle wasting during
aging are not fully understood. Reactive oxygen species
(ROS) are by-products of normal cellular metabolism
that can cause cellular damage by oxidation of lipids,
proteins, and nucleic acids. When oxidant production
increases or antioxidant defense mechanisms are im-
paired, the resulting state of oxidative stress can be
associated with irreversible cell injury and death. Over
the past few years, several researchers have proposed
and reported that oxidative stress might be involved in
the etiology of sarcopenia (1–2). Because mitochondria
are one of the major sources of ROS and are also the
primary target of oxidant-induced damage, mitochon-
drial abnormalities and oxidative stress have been
linked together and have been a major focus in aging
research with regard to the mechanisms of sarcopenia
(3–4). Unlike other catabolic conditions such as ca-
chexia or disuse that lead to muscle atrophy, sarcope-
nia is the result of a loss of muscle fibers, as well as a
marked heterogeneity in the cross-sectional area of the
remaining myofibers (5). On the basis of these obser-
vations and the postmitotic nature of skeletal muscle
cells, several researchers have postulated that apoptosis
may play an important role in age-related muscle loss
(6–7). However, most studies describing the role of
mitochondrial dysfunction, oxidative stress, and apop-
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tosis in age-related muscle atrophy have been correla-
tive, and direct evidence mechanistically linking these
processes in sarcopenia is still lacking.

Another critical aspect underlying the mechanisms
of age-related muscle loss is the dependency of myofi-
bers on motoneuron innervation (8). A decline in the
number of functional motor units and decreased inner-
vation have been described in aged skeletal muscle (9).
Other neurological changes may contribute to the
development of sarcopenia, including a decrease in the
number of nerve terminals, fragmentation of the neu-
romuscular junction (NMJ), and a decrease in neuro-
transmitter release (10). Mitochondria have been
shown to be concentrated in the presynaptic nerve
terminal, as well as in the postsynaptic endplates in
muscle (11), suggesting a decline in mitochondrial
bioenergetic function; hence, ROS generation may
impact the regulation of synaptic transmission and
potentially contribute to loss of neuromuscular junc-
tion innervation. Indeed, in a recent report by Dupuis
et al. (12), the overexpression of uncoupling protein 1
(UCP1) in the skeletal muscle resulted in significant
alterations of NMJ and triggered distal motoneuron
degeneration. Furthermore, a previous study from our
laboratory demonstrated that in various models of
denervation (aging, ALS SOD1 mutant, Sod1�/�, and
surgical denervation), the extent of muscle atrophy
strongly correlated with mitochondrial ROS generation
(13). These data suggest a potential link between
oxidative stress and mitochondrial dysfunction in main-
tenance of NMJ integrity. Therefore, the purpose of
this study is to provide direct evidence by which chronic
oxidative stress mediates muscle atrophy in vivo as a
function of age. Using a mouse model that lacks an
important antioxidant enzyme, CuZnSOD (Sod1), we
show that chronic oxidative stress accelerates age-de-
pendent muscle atrophy with age-associated impair-
ment of mitochondrial bioenergetic function and a
concomitant increase in mitochondrial ROS genera-
tion. Mitochondrial dysfunction occurs not only in the
interfibrillar mitochondria but also in subsarcolemmal
mitochondria, thereby contributing to degeneration of
the NMJ and loss of innervated myofibers. Further-
more, chronic oxidative stress in vivo also sensitizes
mitochondria to release proapoptotic factors, ulti-
mately leading to apoptotic loss of myonuclei and
contributing to muscle atrophy.

MATERIALS AND METHODS

Animals

The Sod1�/� mice have been previously described (14–15).
The mice were maintained under specific pathogen-free
conditions in the heterozygous (Sod1�/�) state and back-
crossed with C57BL/6J females (Jackson Laboratory, Bar
Harbor, ME, USA) for �20 generations. In our colony, the
median life span of Sod1�/� mice is �23 mo and �31 mo for
wild-type (WT) mice. Unless noted, 18- to 22-mo-old female
mice were used in the experiments. All procedures were

approved by the Institutional Animal Care and Use Commit-
tee at the University of Texas Health Science Center at San
Antonio and the Audie L. Murphy Veterans Hospital, San
Antonio.

Histology

Gastrocnemius muscle was embedded in paraffin and sec-
tioned (10 �m) from the midbelly, then stained with hema-
toxylin and then with eosin. Images were visualized and
captured with Nikon Element software (Nikon Inc., Melville,
NY, USA).

Fiber typing

Six-micrometer frozen sections were obtained from gastroc-
nemius/plantaris/soleus muscle. Sections were fixed in ice-
cold 4% paraformaldehyde (PFA; pH 7.4) at 4°C for 20 min.
Sections were then washed twice with PBS containing 0.1%
Triton-X-100 for 10 min. Blocking was performed with PBS
containing 3% BSA and 0.1% Triton-X-100 for 1 h at room
temperature (RT). Primary antibodies specific for skeletal
muscle myosin heavy chain (MyHC) type IIB (BFF3), type I
(BAD5), and type IIA (SC-71; Sigma, St. Louis, MO, USA)
were added in 1:1000 dilution in PBS and incubated for 90
min at RT. After washing sections 3 times in PBS, goat-anti-
mouse Alexa 488, 594, and 680 secondary antibodies (Invitro-
gen, Carlsbad, CA, USA) were applied (1:250 dilution) and
incubated at RT for 1 h in the dark. Sections were mounted
in Vectashield with DAPI (Vector Laboratories, Burlingame,
CA, USA), and images were captured using a Nikon Eclipse
TE2000-U fluorescence microscope (Nikon Inc.).

Transmission electron microscopy (EM)

Muscle blocks (1 mm3) fixed in 2% paraformaldehyde and
2.5% gluteraldehyde in 0.1 M sodium cacodylate buffer, were
postfixed with 1% osmium tetroxide followed by 1% uranyl
acetate. The blocks were then dehydrated through a graded
series of ethanol washes and embedded in resin. Blocks were
cut in ultrathin (80 nm) sections on a Reichert Ultracut UCT
(Reichert, Vienna, Austria), stained with uranyl acetate fol-
lowed by lead citrate and viewed on a Jeol 1230 EX transmission
electron microscope (Jeol Ltd., Akishima, Japan) at 80 kV.

Immunoblot analysis

Protein extracts were separated using the standard Western
blot protocol. Blots were visualized and scanned on a Ty-
phoon 9400 (Amersham, Piscataway, NJ, USA). Quantifica-
tion of the immunoblots was performed with ImageQuant
Software (Sunnyvale, CA, USA).

Isolation of the skeletal muscle mitochondria

Mitochondria were purified from hindlimb muscle as previ-
ously described (1).

Superoxide release

Extramitochondrial superoxide release was measured by electron
paramagnetic resonance (EPR) using the spin trap, 5-diisopropoxy-
phosphoryl)-5-methyl-1-pyrroline-N-oxide (DIPPMPO; Alexis Bio-
chemicals, San Diego, CA, USA). DIPPMPO forms an adduct
with superoxide, resulting in the generation of DIPPMPO-
OOH. EPR measurements were performed using an X-band
MS200 spectrometer (Magnetech, Berlin, Germany). Mito-
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chondria (1 mg/ml) were incubated at 37°C with or without
glutamate and malate and DIPPMPO (50 mM) for 30 min in
125 mM KCl, 10 mM MOPS, 2 mM diethylene triamine
pentaacetic acid, 5 mM MgCl2, and 2 mM K2HPO4, pH 7.44.
For measurements, 40 �l of sample was transferred to 50-�l
capillary tubes and measured at RT with the following set-
tings: receiver gain, 5 � 105; microwave power, 20 mW;
microwave frequency, 9.55 GHz; modulation amplitude, 2 G;
scan time, 40 s; and scan width, 100 G, with an accumulation
of 10 scans.

Mitochondrial H2O2 generation

The rate of mitochondrial H2O2 production was measured
using the Amplex Red-horseradish peroxidase method, as
previously described (16–17). Fluorescence was followed at
an excitation wavelength of 545 nm and emission wavelength
of 590 nm; then it was converted to the rate of H2O2
production using a standard curve. The reaction buffer
consisted of 125 mM KCl, 10 mM HEPES, 5 mM MgCl2, and
2 mM K2HPO4, pH 7.44.

ATP production

The rate of ATP production by mitochondria was measured
measured using a luciferase/luciferin-based system (ATP Biolu-
minescence Assay Kit CLS II; Roche Molecular Biochemicals,
Indianapolis, IN, USA), as previously described (1).

Mitochondrial respiration

Mitochondrial oxygen consumption was measured using a
Clark electrode system (Hansatech Instruments Ltd., Norfolk,
UK), as previously described (13). The respiratory buffer
consisted of 125 mM KCl, 10 mM HEPES, 5 mM MgCl2, and
2 mM K2HPO4, pH 7.44, with 0.3% BSA. State 3 respiration
was induced with the addition of 0.3 mM ADP.

Treadmill endurance capacity test

Mice were run on an Exer-6 treadmill (Columbus Instru-
ments, Columbus, OH, USA) on a 15% incline. The first 5
min were considered as exercise acclimatization, as mice were
run at 7 m/min for 5 min. Mice were then run at a speed of
12 m/min until 120 min. Speed was increased to 17 m/min
for 10 min if an animal reached 120 min. The speed was
increased to 22 m/min until exhaustion. Exhaustion was
determined by a failure to engage the treadmill in the
presence of repetitive shocks.

Measurement of biochemical metabolites during treadmill
exercise

The mouse tail was nicked with a scalpel, and the tail vein was
massaged to obtain an appropriate volume of blood (�5 �l)
for both glucose and lactate measurements. Blood glucose
was measured using the OneTouch Ultra blood glucose
meter (Lifescan, Milpitas, CA, USA). Blood lactate was mea-
sured using the Lactate Plus meter (Nova Biomedical,
Waltham, MA, USA). Measurements of glucose and lactate
levels during exercise were performed at the indicated time
point (i.e., at 0, 20, and 40 min of running, and at exhaustion)
via use of the glucose or lactate meter, respectively.

Mitochondrial permeability transition pore (PTP) opening
and mitochondrial proapoptotic protein release assay

The rate of PTP opening was measured in mitochondria
using protocols previously described (18). Briefly, mitochon-
drial swelling was measured by the decrease in absorbance at
520 nm using a spectrophotometer. Cytochrome c and apo-
ptosis-inducing factor (AIF) release were measured by West-
ern blot analyses in the supernatant (released) and pellet
(intact) after 1 h incubation at 37°C with different doses
of Ca2�.

Cell-free apoptosis

Cell-free apoptosis was measured using protocols previously
described, with slight modification (19). Mouse liver nuclei
were purified by a sucrose gradient as previously described
(20). To perform cell-free apoptosis, three extracts (skeletal
muscle cytosol, liver nuclei, and freshly isolated muscle mito-
chondria) were mixed; supplemented with an ATP-regener-
ating system comprising 10 mM phosphocreatine, 2 mM ATP,
and 150 �g/ml creatine phosphokinase; and incubated at
37°C. After 4 h of incubation, nuclei were stained with
Hoescht and visualized under a fluorescent microscope. The
number of apoptotic nuclei, identified by chromatin conden-
sation, nuclear fragmentation, and blebbing, were deter-
mined in 20 random fields for each animal (n�3 WT and
n�4 Sod1�/�). Data were expressed as the ratio of apoptotic
nuclei per total number of nuclei in all fields.

Apoptosis assessed by DNA fragmentation

DNA fragmentation was quantified by cytosolic mononucleo-
somes and oligonucleosomes (180-bp nucleotides or multi-
ples) using a Cell Death ELISA kit (Roche) and peroxidase in
situ oligo ligation (ISOL) assay kit (Chemicon/Millipore,
Billerica, MA). For cell-death ELISA, muscle lysates were used
(n�6), and all samples were measured in triplicate. For ISOL,
paraffin-embedded sections from 20-mo gastrocnemius mus-
cle were used (n�3). Procedures were performed according
to the manufacturer’s protocol.

Caspase-3 activity

Caspase-3 activity was measured using the synthetic peptide
N-acetyl-DEVD-AMC (BD PharMingen, San Diego, CA, USA).
Cleavage of the AMC and its fluorescence were measured on
a spectrofluorometer at 380 nm excitation and 440 nm
emission. All samples were measured in triplicate.

Single-fiber analyses

Single fibers were isolated, and fiber size and myonuclear
number were measured as described by Wada et al. (21–22).
Briefly, skinned gastrocnemius or tibialis anterior muscle was
clamped to minimize fiber length variability and fixed in 4%
paraformaldehyde (PFA) for 2 d at RT. Small bundles of
fibers were dissected, incubated in 40% NaOH for 2 h, and
agitated vigorously for 20 min. Released fibers were washed in
PBS and stained with 10 �M DAPI, and images of 25–45
single fibers/animal were captured with a Nikon Eclipse
TE2000 with �20 objective. Fiber diameter was measured at
10 locations over �500 �m of fiber, and all nuclei were
counted using Nikon Element software. Myonuclear domain
was measured by fiber volume/number of nuclei (fiber
segment length � �r2/nuclei).
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Immunohistochemistry of NMJs

Immunofluorescence images of NMJs were prepared as de-
scribed by Schaefer et al. (23). For details, see Supplemental
Data.

Isometric contraction protocol

Isometric contractile properties were measured in situ in
gastrocnemius muscle. See Supplemental Data for details.

Statistics

Results are expressed as means 	 se. Significance was estab-
lished using Student’s t test and ANOVA when appropriate.
Differences were considered significant at P 
 0.05. Two-way
ANOVA with Bonferroni post hoc test were used when com-
paring age and genotype differences.

RESULTS

Age-dependent loss of muscle mass in Sod1�/� mice

Gross morphology was compared between WT and
Sod1�/� mice at various ages. On visual analysis, overall
loss of hindlimb muscle mass was clearly evident in
Sod1�/� mice, and by 20 mo of age, the wet weight of
the gastrocnemius muscle was �40% less than that of
the age-matched WT littermates (Fig. 1A, B). The
gastrocnemius muscle, which is composed of predomi-
nantly type IIb fast fibers in mice (24), was most
affected by loss of CuZnSOD, and atrophy was exacer-
bated drastically with age in the Sod1�/� mice (Fig. 1A,
B). Next, in order to determine whether the decrease
in muscle mass was the result of actual myofiber atro-
phy, transverse sections of gastrocnemius obtained

WT

Sod1-/-

Figure 1. Age-dependent loss of muscle
mass corresponds to increased mitochon-
dria content and oxidative fibers in
Sod1�/� mice. A) Left panel: gross mor-
phology of skinned hindlimb muscles of
20-mo-old Sod1�/� and WT mice. Right
panel: comparison of individual muscles.
B) Comparison of age-associated changes

in wet weight of gastrocnemius mass normalized to body weight. C) Top panels: gastrocnemius cross section at 20 mo of
age from hematoxylin and eosin stain. Bottom panel: frequency distribution of fiber cross-sectional area (�m2) of
gastrocnemius muscle in WT and Sod1�/� at 20 mo (n�4). D) EM images of gastrocnemius at 14 mo (top panels) and at
22 mo (bottom panels). Arrows and arrowheads indicate increased mitochondria. E) Immunofluorescence images of
muscle fiber types from WT (a, c, e, g) and Sod1�/� (b, d, f, h) gastrocnemius muscle at 20 mo. a, b) Type IIb (blue). c, d)
Type IIa (red). e, f) Type I (green). g, h) Merged images. Scale bars � 50 �m (C); 2 �m (D); 100 �m (E).
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from age-matched Sod1�/� and WT mice were com-
pared (Fig. 1C). Quantitative analysis of individual fiber
cross-sectional areas revealed that the myofiber size
distribution shifted to the left in Sod1�/�, suggesting
that smaller fibers are more prevalent in muscle of
Sod1�/� mice. Moreover, muscle of Sod1�/� mice ap-
pears to be darker (redder) in color than muscle from
age-matched WT mice (Fig. 1B). Indeed, as illustrated
in Fig. 1E, a selective loss of white/fast glycolytic fibers
(type IIb) or the conversion to either fast oxidative
(type IIa) or slow fibers (type I) was evident in muscle
from Sod1�/� mice. In support of these observations,
we found a significant up-regulation of proteins nor-
mally abundant in slow fibers (myoglobin and troponin
I slow) in muscle from Sod1�/� mice at 20 mo of age
(Supplemental Fig. S2). We further examined the
ultrastructure of muscle fibers using transmission EM.
At 14 mo of age, WT and Sod1�/� myofibrils looked
similar in size and appeared normal. However, by 22
mo of age, myofibrils and the contractile apparatus
from the muscle of Sod1�/� mice were visibly disorga-
nized and much smaller in size. In addition, mitochon-
dria from muscle of Sod1�/� were abnormally shaped
and larger compared to mitochondria in muscle from
age-matched WT. Furthermore, mitochondria from
muscle of Sod1�/� were often clustered in longitudinal
rows along the myofibrils. At 22 mo of age, mitochondria
from muscle of Sod1�/� mice displayed a striking increase
in both subsarcolemmal (SSM) and interfibrillar mito-
chondria (IFM) compared to muscle from WT (Fig. 1D).

Age-associated increase in mitochondrial ROS
generation and mitochondrial dysfunction in Sod1�/�

muscle

To test whether a proliferation in mitochondria con-
tent affected mitochondrial function, we assessed mito-
chondrial respiration, rate of ATP production, and
mitochondrial ROS emission using isolated mitochon-
dria preparation from the hindlimb muscles. To evalu-
ate the mitochondrial bioenergetic function, we exam-
ined the mitochondria respiratory control ratio (RCR)
by measuring state 3 and state 4 oxygen consumption
and the rate of ATP production from the isolated
mitochondria. In muscle mitochondria from young
mice, there were no statistical differences in either RCR
or ATP (data not shown). However, with age, the
muscle mitochondria from Sod1�/� mice showed an
�30% decline in the RCR, indicating that muscle
mitochondria from Sod1�/� mice are uncoupled. As a
consequence, ATP production in Sod1�/�mitochondria
is reduced to 25% of WT levels at 20 mo of age. Next,
in order to gain insight on whether the decline in
mitochondrial function in Sod1�/� leads to generation
of mitochondrial ROS, we compared the levels of
superoxide (O2

��) and hydrogen peroxide (H2O2)
generation between the isolated mitochondria from
Sod1�/� and WT mice. Although, CuZnSOD is mostly
located in the cytosolic compartment, a small portion
of CuZnSOD is located in the intermembrane space of

mitochondria to scavenge O2
��generated toward the

cytoplasm by complex III (17, 25). Therefore, we tested
the possibility of whether the lack of Sod1 resulted in
increased levels of extramitochondrial O2

�� using EPR
with the spin-trap probe, 5-diisopropoxyphosphoryl)-5-
methyl-1-pyrroline-N-oxide (DIPPMPO) in the presence
of complex I-linked substrate (glutamate/malate). As
shown in Fig. 2A, isolated mitochondria from Sod1�/�

muscle released significantly higher levels of O2
�� com-

pared to WT muscle mitochondria. We also assessed
the levels of H2O2 emission from the isolated mito-
chondria at 20 mo of age. In state 1, when mitochon-
dria are respiring on their endogenous substrates,
H2O2 production was increased by �3-fold in mito-
chondria from Sod1�/� compared to age-matched WT
mice. Likewise, when mitochondrial respiration was
stimulated with the complex I-linked substrates, gluta-
mate and malate, we found a comparable increase in
mitochondrial H2O2 generation in the Sod1�/�mice.
Despite the observation that a lack of CuZnSOD leads
to a dramatic increase in the mitochondrial release of
ROS and oxidative damage, we found no compensatory
up-regulation of other major antioxidant enzymes in
the mitochondria or in the cytosolic compartment
(Supplemental Fig. S3).

Skeletal muscle mitochondria and their oxidative
capacity is a crucial factor in determining overall en-
durance and fatigue (26). Thus, we analyzed whether
increased ROS and the decline in mitochondrial func-
tion affect the endurance exercise performance in
these animals. Sod1�/� and WT mice at 12–14 mo of
age were run on a motorized treadmill until the ani-
mals reached exhaustion (n�8–10). As shown in Fig.
2E, Sod1�/� mice show a significant decrease in run-
ning distance and work compared to WT mice (859	76
vs. 303	95 m). This suggests that the overall oxidative
capacity is significantly decreased in Sod1�/� mice, possi-
bly due to an inability of mitochondria to generate ATP.
Furthermore, when plasma glucose and plasma lactate
levels were compared following exercise (Fig. 2F, G,
respectively), Sod1�/� mice exhibited a higher level of
lactate and significantly lower levels of plasma glucose
compared to WT mice, suggesting that oxidative metabo-
lism might be altered in the skeletal muscle from Sod1�/�

mice during high-energy-demanding conditions.

Increased mitochondrial permeability transition and
elevated apoptotic potential in muscle mitochondria
from Sod1�/� mice

It is well documented that mitochondrial ROS and
oxidative stress are potent triggers in the intrinsic
pathway of the apoptotic cascade (27). Thus, we tested
whether the mitochondrial dysfunction and increased
ROS generation seen in Sod1�/� muscle lead to mito-
chondrial-mediated apoptosis. First, to test mitochon-
drial outer membrane integrity, we measured cyto-
chrome c oxidase activity in the presence and absence
of the detergent, N-dodecyl-�-d-maltoside. Our results
showed that 85–90% of the mitochondria were free of
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outer membrane damage (Supplemental Fig. S4).
Next, we examined the sensitivity of the PTP opening
by Ca2� in mitochondria from WT and Sod1�/� mice at
20 mo of age. As illustrated in Fig. 3A, the mitochon-
drial swelling was significantly greater in the mitochon-
dria from the Sod1�/�compared to the age-matched
WT mice. Furthermore, Ca2� retention capacity was
significantly reduced in mitochondria isolated from
Sod1�/� muscle (Fig. 3B). To test whether mitochon-
drial PTP opening kinetics were influenced by its
composition, we measured protein levels of the voltage-
dependent anion channel (VDAC), cyclophilin D
(CypD), and adenine nucleotide translocator (ANT),
three integral constituents of the mitochondrial PTP.
The levels of these proteins did not change with either
age or Sod1 deficiency (Supplemental Fig. S5), suggest-
ing that other factors are involved in the sensitivity of

the pore opening. The opening of the PTP leads to
release of proapoptotic proteins from the mitochon-
drial intermembrane space. When the PTP was acti-
vated by increasing concentrations of Ca2�, mitochon-
dria from the Sod1�/� muscle showed a significant
elevation in cytochrome c release. Similarly, AIF, a
proapoptotic protein that initiates apoptosis in a
caspase-independent manner, showed a significant in-
crease after PTP was triggered by Ca2� (Fig. 3B). In
addition to the involvement of the mitochondrial PTP
in initiating apoptosis, the Bcl-2 family proteins also
play a crucial role in regulating mitochondrial apopto-
sis. The Bcl-2 family proteins can act directly on the
outer membrane of mitochondria and either inhibit or
induce the release of proapoptotic factors from the
mitochondria. Therefore, we analyzed whether levels of
key multidomain Bcl-2 family proteins change in mus-

Figure 2. Mitochondrial dysfunction and increased ROS generation in aged Sod1�/� mice. A) Extramitochondrial superoxide
generation in isolated mitochondria, measured using EPR. Succinate was used as substrate. B) Rate of mitochondrial H2O2
production measured using amplex red in state 1 (left panel) and in response to complex I-linked substrate, glutamate, and malate
(right panel). C) Mitochondrial oxygen consumption, expressed as RCR. D) Rate of ATP generation in isolated mitochondria at 20
mo (n�6). E) Treadmill endurance test (run to exhaustion) results from 12- to 14-mo-old WT and Sod1�/� mice. (n�8–10) F,
G) Plasma glucose (F) and plasma lactate (G) levels measured immediately following exercise. Values are means 	 se. *P 
 0.05;
**P 
 0.01; ***P 
 0.001.
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cle from the Sod1�/� mice. Protein expression of the
proapoptotic proteins, Bax and Bak, were significantly
elevated in mitochondria from Sod1�/� mice, whereas
the antiapoptotic proteins, Bcl-2 and Bcl-XL, were sig-
nificantly decreased, by 25 and 50%, respectively (Fig.
3D). Taken together, our data demonstrate that increased
ROS generation and mitochondrial dysfunction in mito-
chondria from the Sod1�/� muscle are correlated with
enhanced sensitivity to mitochondria-mediated apoptosis.

Increased apoptotic nuclei and caspase-3 activity
in Sod1�/�

To firmly establish the connection between the mito-
chondrial dysfunction seen in muscle mitochondria
from the Sod1�/� mice and the susceptibility to mito-
chondria-mediated loss of nuclei in Sod1�/� muscle, we
utilized the cell-free system to analyze the apoptotic
morphology (19–20). As illustrated in Fig. 4A, the
nuclei incubated with mitochondria from Sod1�/� mus-
cle showed a significant increase in number of nuclei
with apoptotic features, such as blebbing, compared to
fractions incubated with mitochondria from WT mus-
cle. This result provides additional validation of our
results that mitochondria from Sod1�/� are more vul-
nerable to the initiation of apoptosis. To further dem-
onstrate that loss of CuZnSOD leads to an increase in
apoptosis, we then measured the downstream effector,
caspase-3, and DNA fragmentation in muscle lysates
from Sod1�/� mice. As expected, we found a significant
increase in caspase-3 activity, as well as an increase in
DNA fragmentation measured by histone-complexed
DNA fragment ELISA and peroxidase ISOL assay in

Sod1�/� mice (Fig. 4B, C and Supplemental Fig. S6).
Furthermore, EM analyses also revealed that at 20 mo of
age, Sod1�/� gastrocnemius muscle shows a significant
increase in myonuclei with apoptotic features, such as
membrane invagination and chromatin condensation
(Fig. 4D). Interestingly, these apoptotic nuclei are sur-
rounded by abnormal mitochondria, which further sup-
ports our observations that oxidative stress-induced mito-
chondrial dysfunction greatly leads to apoptotsis.

Decrease in myonuclei number and fiber size but no
change in myonuclear domain

Distinct from other cell types, skeletal muscle cells are
multinucleated. Hence, the elimination of the nucleus
does not follow the death of the entire cell as in
mononucleated cells (28). Moreover, studies indicate
that within the individual muscle fiber, not all nuclei
are transcriptionally equivalent, and each nucleus gov-
erns the surrounding cytoplasmic area, called the myo-
nuclear domain (28). To elucidate whether the in-
crease in apoptotic signaling in muscle from Sod1�/�

mice leads to deletion of myonuclei and thus increases the
cytoplasmic volume per nucleus, we analyzed the number
of nuclei and myonuclear domain in single fibers from
the gastrocnemius muscle at 20 mo of age (Fig. 5A).
Consistent with reduced muscle mass, the average
diameter of single fibers isolated from Sod1�/� muscle
was �10% less than WT muscle (Fig. 5A, C). In
addition, in an agreement with the elevated apoptosis,
the number of myonuclei (counted randomly per 500
�m length) showed a significant decrease in Sod1�/�

muscle (Fig. 5A, B). Since both the fiber diameter and

Figure 3. Elevation of mitochondrial-mediated apo-
ptosis in aged Sod1�/� mice. A) Left panel: induc-
tion of mitochondrial permeability transition pore
(MPTP) opening, measured by a decrease in light
absorbance at 540 nm. WT and Sod1�/� muscle
mitochondria were treated with 200 �M Ca2�. Right
panel: quantification of Vmax from the MPTP exper-
iment (n�6). B) Left panels: Ca2�-induced cyto-
chrome c and AIF release, measured by Western blot
analyses. S, supernatant (released from mitochon-
dria); P, pellet (intact). Right panels: quantification
of cytochrome c (top) and AIF release (bottom) in

supernatant (n�6). Fold change normalized to WT control value. C) Up-regulation of proapoptotic proteins, Bak and Bax,
and down-regulation of antiapoptotic proteins, Bcl-2 and Bcl-XL, measured by Western blot analyses. Actin was used as a
loading control for each protein; one representative blot is shown.
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the number of nuclei decreased, the mean value of
myonuclear domain (cytoplasmic volume/nuclei) did
not show any difference between the muscle from WT
mice and that from the Sod1�/� mice (Fig. 5D). How-
ever, it is noteworthy that in fibers from Sod1�/� mice,
several myonuclei were clumped together, and in some
cytoplasmic areas, the nuclei were absent and unevenly
distributed (Fig. 5A, arrows). Furthermore, on close
examination by EM, some fibers from Sod1�/� mice
exhibited a complete degeneration, with necrotic fea-
tures of an altered mitochondrial structure, an accumu-
lation of lipid vacuoles, and a dramatic loss of myofi-
brillar proteins, while juxtaposing myofibers appeared
normal (Fig. 5E). Collectively, these results demon-
strate that increased apoptotic deletion of myonuclei
was greater in muscle from Sod1�/� compared with WT
mice, and as a consequence, the size of the individual
fibers are decreased. However, apoptotic/necrotic de-
generation and atrophy may occur on a fiber-to-fiber
basis, and not necessarily alter neighboring fibers.

Alteration of NMJ and impaired contractility in
Sod1�/� muscle

Sod1�/� mice on a mixed CD1/129 genetic back-
ground were previously reported to have alterations in

the structure of NMJs, muscle fiber type grouping, and
a slow progressive loss of neurons in the lower legs that
was classified as a distal axonopathy (29–30). Given that
muscle atrophy and muscle fiber degeneration in
Sod1�/� muscle occur in a fiber-by-fiber fashion, and a
decline in innervation and loss of motor units are
known to be important endogenous causes of sarcope-
nia, we tested whether denervation plays a role in the
age-associated atrophic process. We first examined the
ultrastructure of NMJs by EM at 20 mo. As illustrated in
Fig. 5A, we found that in muscle from Sod1�/�, NMJs
have structural aberrations that are not evident in WT
mice. The convoluted folding structure of the synaptic
cleft is clearly reduced in the NMJs from Sod1�/� mice,
and the synaptic vesicles observed in WT are lower in NMJs
from Sod1�/� mice (n�4). This abnormality in NMJ
structure may be the hallmark of a denervated NMJ
commonly observed in aging skeletal muscle. But more
strikingly, there is a dramatic increase in mitochondria
surrounding the NMJ. Mitochondria near the NMJ in
Sod1�/� muscle appear to be dilated and structurally
abnormal similar to that seen in IFM of Sod1�/�muscle
(Fig. 6A). To test whether mitochondrial function in
mitochondria located near the NMJ is compromised in
muscle from Sod1�/� mice, we isolated only the SSM

Figure 4. Elevation of caspase-3 activity and apoptosis in aged Sod1�/� mice. A) Left panels: cell-free apoptosis, measured by liver
nuclei treated with buffer alone (top left), WT muscle cytosolic fraction alone (top right), WT mitochondria and WT cytosol
(bottom left), and Sod1�/� mitochondria and Sod1�/� cytosol (bottom right). Arrowhead indicates nuclear blebbing. Right
panel: quantification of apoptotic nuclei, measured 4 h after incubation. Assay was run in duplicates and repeated with
mitochondria isolated from different animals (n�4). B) Caspase-3 activity, measured by cleavage of synthetic peptide
N-acetyl-DEVD-AMC (n�6). C) Apoptosis, determined by quantification of DNA fragmentation (mononucleosome and
oligonucleosome) (n�6). Values are means 	 se. *P 
 0.05; **P 
 0.01. D) EM images of myonuclei undergoing apoptotic
changes. Arrows indicate nuclear membrane invagination; arrowhead indicates chromatin condensation. Scale bars � 2 �m.
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population of mitochondria, as opposed to the total
mitochondrial population used in our previous exper-
iments. We found that in SSM in Sod1�/� muscle, RCR
was significantly decreased by 40%, and the ATP pro-
duction was diminished by 80% at 20 mo. Moreover,
SSM from Sod1�/� muscle showed a pronounced in-
crease in H2O2 emission (Fig. 6B). On the basis of these
data, we postulate that the function of many NMJs may
be compromised as a result of mitochondrial dysfunc-
tion and oxidative damage at the NMJ, potentially
contributing to loss of innervation. However, it is
important to note that the SSM population of mito-
chondria also contains subsarcolemmal mitochondria
not associated with the NMJ. Alterations in function of
these non-NMJ associated mitochondria may also have
implications for alterations in synaptic transmission,
ion exchange, action potential propagation, or other
membrane cell signaling processes.

To establish whether denervation is elevated with age
in muscle from Sod1�/� mice, the innervation state of
NMJs was analyzed by an immunofluorescent staining
technique. When innervated, endplates and nerve ter-
minal overlay each other; thus, the innervation state
can be quantified by measuring the percentage of

overlaid NMJs. Motor endplates were identified with
fluorophor-conjugated �-bungarotoxin, which stains
the � subunit of acetylcholine receptors (AChRs), and
peripheral motor axons were identified by crossing WT
and Sod1�/� mice with Thy1 EYFP transgenic mice
previously described (31). As shown in Fig. 6C, D, a
histological examination of NMJs in Sod1�/� at 18–20
mo demonstrates marked alterations in NMJs com-
pared to age-matched WT NMJs. Preterminal portions
of motor axons exhibit regions of abnormal thinning,
distension, and sprouting. In the postsynaptic endplate,
contrary to the pretzel-like shape of WT endplates,
Sod1�/� endplates are dispersed and extensively frag-
mented. In the muscle of Sod1�/�, alterations in NMJs
were observed scarcely as early as �5 mo and progres-
sively increased with age (Fig. 6D). By 18 mo of age,
78% of NMJs were completely denervated, and 18%
were partially denervated in Sod1�/�, whereas in WT,
denervated NMJs were undetectable, and only 6% were
partially innervated (Fig. 6D). In senescent (30 mo) WT
mice, the extent of denervation is also increased, to an
extent similar to that of 18- to 20-mo-old Sod1�/� mice
(data not shown). Because muscle fibers are heteroge-
neous and age-related muscle atrophy in Sod1�/� ap-

Figure 5. Aged Sod1�/� mice exhibit decreases in myonuclei number and fiber diameter. A) Single-fiber size comparison of WT
and Sod1�/� gastrocnemius muscle at 20 mo. Arrows indicate areas lacking myonuclei. B) Quantification of myonuclei per 500
�m in both WT and Sod1�/� gastrocnemius muscle at 20 mo. C) Quantification of average fiber diameter across single fibers
in gastrocnemius muscle from WT and Sod1�/� mice at 20 mo. D) Quantification of myonuclear domain, measured by fiber
volume per myonuclei number. E) EM of fibers showing dystrophic/necrotic fiber in Sod1�/� muscle at 20 mo. Black arrows
indicate abnormal mitochondria; arrowheads indicate lipid vacuoles. Scale bars � 50 �m (A); 2 �m (E). Values are means 	
se. *P 
 0.05; ***P 
 0.001.
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Figure 6. Aged Sod1�/� mice exhibit alterations in NMJs and increased denervation. A) EM analysis of NMJ of gastrocnemius
at 20 mo. Arrows in WT and arrowheads in Sod1�/� indicate synaptic cleft. B) SSM function. Left panel: RCR, measured from
SSM from hindlimb muscle at 20 mo. Middle panel: ATP production from SSM, measured at 20 mo. Right panel: rate of H2O2
production from SSM at 20 mo. C) NMJ immunofluorescence images from gastrocnemius at 20 mo. Top panels: morphology
of postsynaptic AChRs stained with Alexa 488-conjugated �-bungarotoxin. Middle panels: morphology of presynaptic motor
neurons in Thy1 YFP transgenic mice (C57BL/6J background) crossbred to WT and Sod1�/� mice. Arrows indicate sprouting and
thinning of motor neurons. Bottom panels: overlay images of AChR and motor neuron images shown in top panels. D) Rate of
denervation score assessment (top panels) and quantification of denervation score at �18 mo (bottom panel). E) Comparison of
NMJs in single fibers (top panels) and correlation of fiber diameter and NMJ fragmentation (bottom panel). Arrows indicate NMJs
in WT and Sod1�/� fibers. F) In situ isometric contraction properties. Maximum isometric force (top) and specific force (bottom).
Values are means 	 se. *P 
 0.05; #P 
 0.05; **P 
 0.01; ***P 
 0.001. Scale bars � 2 �m (A); 50 �m (D)
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pears to be occurring on a fiber-by-fiber basis, we also
analyzed NMJs in single fibers. As illustrated in Fig. 6E,
fibers from Sod1�/� gastrocnemius muscles exhibited
postsynaptic endplates that were considerably frag-
mented compared to WT endplates. Interestingly, in
Sod1�/� gastrocnemius at 20 mo, the fiber size/diame-
ter strongly correlated with the fragmentation level of
endplates, suggesting innervation of NMJs is a crucial
factor in age-associated muscle atrophy. In addition, we
tested whether alteration in NMJs leads to functional
decline in gastrocnemius muscle. We measured in situ
isometric contraction using electrical stimulation.
When muscles were stimulated by the nerve, force
generation was significantly lower for the gastrocne-
mius muscles of Sod1�/�compared to WT mice at both
8 and 20 mo (Fig. 6F), a difference that remained when
the force was normalized by cross-sectional area (Fig.
6F), suggesting that fibers may be functionally dener-
vated.

AChR degeneration in aged Sod1�/� muscle

To assess the significance of alterations in the NMJ, we
further examined the level of postsynaptic endplates in
the gastrocnemius muscle. To quantify fragmentation
of the endplates, we analyzed the single-channel con-
focal z-stack images of AChR staining by bungarotoxin.
Results demonstrate that in Sod1�/� muscle at 18 mo,
80% of the endplates were dispersed and fragmented,
as scored by �4 segregated “islands”/endplate, while in
the WT, only 3% showed fragmentation (Fig. 7A). Not
only did the AChRs from Sod1�/� muscle show disinte-

gration; they also appeared much smaller in size (Fig.
7A). To confirm these observations, we measured the
protein and mRNA levels of the AChR-� subunit. It has
been reported that in the surgical denervation model,
AChR transcript and protein levels increase in response
to acute denervation. We have reported previously that
transcripts of AChR subunits measured by quantitative
real-time PCR were elevated in 10-mo-old Sod1�/�

compared with WT mice (32). Similar to our previous
data, AChR-� mRNA level in aged Sod1�/�muscle was
�8 fold higher compared to WT, suggesting that
denervation is occurring. However, in contrast to
mRNA level, AChR-� protein content was significantly
decreased by 60% in Sod1�/�, meaning that the
AChR-� protein level was down-regulated posttranscrip-
tionally. Furthermore, rapsyn, which plays a critical
role in clustering of the AChR complex, was signifi-
cantly declined in aged Sod1�/� muscle compared to
WT muscle (Fig. 7C). Recently, two independent
researchers showed that an increase in the Ca2�-
dependent cysteine protease, calpain, inhibits AChR-
complex clustering by associating with rapsyn in
synaptogenesis, as well as in an NMJ disorder, slow
channel myasthenia gravis (33). We found that in
aged Sod1�/� mice, the calpain protein level, as well
as activity (data not shown), was significantly elevated
at 20 mo of age (Fig. 7D). In all, these data support
our observation that increased fragmentation of the
AChR occurs in aged muscle of Sod1�/�mice, which
may be associated with a decreased level of AChR at
the NMJ.

Figure 7. Disruption of neuromuscular junction proteins in aged
Sod1�/� mice. A) Top panels: comparison of z-stacked images of
Alexa 488-conjugated �-bungarotoxin-stained AChR. Bottom
panel: quantification of fragmented AChR at 18 mo. Scale bar �
50 �m. B) AChR-mRNA transcript (right panel) and protein
expression (left panel) at 18–20 mo. C) Rapsyn protein expres-
sion at 20 mo. D) Calpain protein levels at 18–20 mo. Values are
means 	 se. *P 
 0.05; **P 
 0.01; ***P 
 0.001.
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DISCUSSION

In the present study, we demonstrated that loss of
muscle mass in Sod1�/� mice is associated with oxida-
tive stress-induced mitochondrial dysfunction and a
concomitant increase in myonuclear apoptosis that
ultimately result in myofiber atrophy. In addition to the
acceleration of muscle atrophy, morphological analysis
of muscle from aged Sod1�/� mice revealed a conver-
sion of fast glycolytic fibers to slow oxidative fibers. This
process is known to be the result of motor-unit remod-
eling. The selective denervation of muscle fibers, espe-
cially type IIb fibers, is followed by reinnervation by
axonal sprouting from the adjacent innervated units,
leading to a net loss of innervated fibers and functional
motor units (8). As a consequence of increased oxida-
tive fibers, there is a considerable increase in mitochon-
drial density. While it is plausible that mitochondrial
biogenesis occurs in response to increased oxidative
fibers and increased metabolic demand, the amount of
mitochondrial density observed in Sod1�/� gastrocne-
mius is far greater than that seen in predominantly
oxidative fibers such as soleus. Moreover, some fibers
feature abnormal “giant” mitochondria clusters along
the myofibrils, which is similar to defects that are
frequently seen in the “ragged red fibers” of mitochon-
drial myopathy. These observations are supported by a
recent report by Dobrowolny et al. (34), in which the
researchers observed similar swollen, abnormally
shaped mitochondria in the muscle-specific SOD1G93A

mutant mice. These data suggest that the oxidative
stress caused by alteration in CuZnSOD level signifi-
cantly impairs mitochondrial homeostasis. Despite hav-
ing more mitochondrial content, the overall function
of mitochondria from Sod1�/� muscle, measured by
ATP generation and oxygen consumption, greatly de-
teriorated with age. There are several possible explana-
tions for increased mitochondrial proliferation in
Sod1�/� muscle. First, mitochondrial biogenesis genes
could be activated by oxidative stress. Previous studies
have shown that human fibroblasts treated with H2O2
activate peroxisome proliferator-activated receptor-
coactivator 1� (PGC-1�) and mitochondrial biogenesis
genes (35). Interestingly, PGC-1� has been shown to
suppress ROS generation and is also required for the
induction of ROS-detoxifying enzymes such as GPx1
and MnSOD (36). Our data also confirmed that
PGC-1� transcript level was significantly elevated in
muscle of Sod1�/� mice (Supplemental Fig. S2). Sec-
ond, because of mitochondrial dysfunction and a defi-
ciency in ATP, muscle cells simply respond as a part of
an adaptive measure to increase functional mitochon-
dria to meet the high energy demand of the skeletal
muscle. Finally, the mitochondrial proliferation ob-
served in muscle of aged Sod1�/� mice could be caused
by lack of autophagy to remove oxidatively damaged
mitochondria. Consistent with this notion, we found
formation of giant mitochondria with large vacuoles
and lipid droplets in some of the muscle fibers from
Sod1�/� muscle, suggestive of lysosomal defects or

incomplete macroautophagy (37–38) (Fig. 4E). In con-
trast, other researchers have reported a decrease in
mitochondrial content associated with mitochondrial
dysfunction with age in sarcopenic muscle (4, 39). In
addition, PGC-1� level in skeletal muscle has been
shown to decrease during aging (40–41). This suggests
that a distinct mechanism of myofiber atrophy may
exist in muscle from Sod1�/� mice that differs from
mechanisms present in normal aging muscle. It is
possible that myofibers may undergo a remodeling
process in response to high oxidative stress and loss of
innervation. In support of this, myocyte enhancing
factor 2 (MEF2) transcription factors have been iden-
tified as important regulators of myofiber remodeling
by interacting with the class II histone deacetylases
(HDACs) (42). In a recent study, Cohen et al. (43)
demonstrated that in response to denervation and also
in a mouse model of ALS, HDAC4 controls MEF2-
dependent neuromuscular and structural gene expres-
sion in myofibers. Further studies are needed to test
whether these signaling pathways are activated directly
in response to oxidative stress in vivo.

We have also demonstrated in this study that mito-
chondria from aged Sod1�/� muscle have higher sus-
ceptibility to Ca2�-induced mitochondrial permeability
transition pore opening and mitochondria-mediated
apoptosis. Single fiber analyses also revealed that the
total number of myonuclei was significantly reduced in
Sod1�/� muscle. It has been suggested that each myo-
nucleus has a limited synthetic capacity and serves a
certain cytoplasmic domain and that this domain size
remains constant throughout the half-life of the fiber
(28). For example, during hypertrophy, new nuclei are
brought in by the satellite cells differentiating and
fusing to existing fibers to preserve the domain size.
Conversely, under a wide variety of conditions leading
to muscle atrophy, nuclei are believed to be lost by the
apoptotic deletion process (7, 44–45). Thus, the num-
ber of nuclei has been considered to be a causative
factor in maintaining muscle size (28). However, in a
recent report by Bruusgaard et al. (46), in which the
researchers used in vivo time lapse imaging to monitor
myonuclei number after denervation injury, very few
apoptotic myonuclei were observed, and the research-
ers argued that most of the apoptosis was occurring in
the satellite cells instead of myonuclei. Although we do
see extensive denervation in aged Sod1�/� muscle,
discrepancy between data by Bruusgaard et al. (46) and
our model could be due to acute damage vs. chronic
oxidative damage and denervation occurring in
Sod1�/� muscle fibers. In agreement with our results,
other researchers have also reported a similar decrease
in myonuclei number in aged mouse skeletal muscle
using the single fiber approach (46, 47). As the myo-
nuclei number decreases via apoptosis in aged Sod1�/�

muscle, a simultaneous decrease in fiber diameter takes
place, thereby maintaining a nuclear domain constant.
We postulate that in Sod1�/� muscle, a decrease in
myonuclei number significantly limits the ability of
muscle cells to synthesize proteins, leading to mito-
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chondrial dysfunction and deficiency in overall energy
generation. Thus, muscle fibers respond by reducing
their size through increased activation of intracellular
proteolytic systems as an adaptive mechanism. Indeed,
in context with this idea, we observed significant in-
creases in the ubiquitin proteasome system (data not
shown) and the cysteine proteases (calpain and
caspase-3) that are known to be activated during muscle
atrophy. Furthermore, as Sod1�/� mice age, chronic
oxidative stress may also activate multiple proteolytic
pathways to remove oxidatively damaged proteins as a
survival mechanism. Notably, more and more evidence
points toward ROS as a signaling modulator of the
lysosomal autophagic pathway as well as the ubiquitin
proteasome system (48–49). The crosstalk between
these proteolytic pathways in response to oxidative
stress needs further investigation. It is possible that if
oxidative damage and a deficiency in energy over-
whelm the survival mechanism, the cells undergo apo-
ptosis/necrosis and degenerate, as we have observed in
some of the old Sod1�/�mice.

Another important finding from our study is that the
age-dependent muscle atrophy seen in Sod1�/� is par-
tially due to age-dependent alteration in neuromuscu-
lar innervation and the failure to maintain AChR
clusters at the postsynaptic NMJ. We also reported in
our previous study that mitochondrial H2O2 produc-
tion correlates strongly with innervation and the degree
of muscle atrophy in different models of denervation
(13). In the peripheral synapses, H2O2, a stable mem-
brane-permeable ROS, has been shown to inhibit the
quantal release of acetylcholine and SNAP25, which
function in vesicle fusion (50). Recently, Dupuis et al.
(12) reported that overexpression of uncoupling pro-
tein (UCP1) only in the skeletal muscle was enough to
dismantle NMJs and trigger distal motor neuron degen-
eration. These observations imply that increased mito-
chondrial dysfunction and ROS generation in Sod1�/�

muscle may be the two critical factors that contribute to
the progression of age-related deterioration of NMJs
and muscle atrophy. Moreover, it has been well docu-
mented that mitochondria play a pivotal role as a Ca2�

sink. Cytosolic Ca2� levels are tightly regulated in
skeletal muscle for contractile activity, gene expression,
and many other functions (51). Disruption of Ca2�

homeostasis can have deleterious effects on cell func-
tion and can also trigger apoptosis (52). A significant
increase in Ca2�-dependent protease calpain observed
in our study indirectly supports the hypothesis that the
cytosolic Ca2� is elevated in Sod1-null muscle. It has
been reported that after denervation injury, mitochon-
drial Ca2�-retention capacity is significantly reduced
(53). In addition, calpain has been shown to play an
important role in the clustering of AChR complex by
interacting with rapsyn (33). Furthermore, the gene
expression of the proteins involved in the maintenance
of the NMJs is regulated by 4–6 specialized nuclei that
are located adjacent to NMJs, called subsynaptic nuclei
(54). On the basis of the anatomical location and our
results showing a significant decline in mitochondrial

function and increased ROS, these nuclei could also be
susceptible to apoptosis, as we demonstrated in this
study. Taken together, this series of events may play a
critical role in the development of denervation and the
acceleration of age-related muscle atrophy observed in
Sod1�/�, as well as in sarcopenia.

This study has provided clear evidence linking oxi-
dative stress-induced mitochondrial dysfunction and
denervation in preservation of muscle mass. However,
as aging is a complex process and the etiology of
sarcopenia most likely involves multiple systems, we
cannot rule out the fact that other factors may have
synergistic effects on the progression of muscle atrophy
in aging. Moreover, in the conventional knockout
strategy used to generate our Sod1�/� mice, the Sod1
gene is deleted in every tissue. Therefore, oxidative
stress in other tissues may have systemic effects on
the skeletal muscle. One prime example is the role of
satellite cells and/or other muscle progenitor cells. A
large amount of literature has suggested that the
regenerative potential of skeletal muscle declines
with age and that this impairment is associated with
an increase in tissue fibrosis (55–56). A recent study
showed that muscle stem cells from aged mice tend
to convert from a myogenic to a fibrogenic lineage as
they begin to proliferate and that this conversion is
mediated by factors in the systemic environment of
the old animals (56). Although it has not been well
studied, oxidative stress in the microenvironment or
the niche of the muscle stem cell may have a delete-
rious outcome on the regenerative potential of the
aged skeletal muscle. Interestingly, our preliminary
study shows that there was an increase in TUNEL
stain in the satellite cells of Sod1�/� fibers, suggesting
that satellite cells might be lost due to apoptosis
(data not shown). In line with this observation,
others have shown that in normal aging, as well as in
a surgical denervation model, satellite cell apoptosis
was greatly increased (57–58). Currently, studies are
under way in our laboratory to address the tissue-
specific effect of oxidative stress in age-related mus-
cle loss.

In summary, our findings reveal that chronic oxidative
stress due to loss of Sod1 gene exacerbates muscle atrophy
during aging via mitochondrial dysfunction, activation of
mitochondrial-mediated myonuclear apoptosis, and by
altering neuromuscular innervation. We propose that the
superoxide-induced NMJ degeneration and mitochon-
drial dysfunction are one of the potential mechanisms
that leads to sarcopenia in vivo.
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