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Muscle atrophy may arise from many factors such as inactivity, malnutrition, and inflammation. In the present study, we
investigated the stimulatory effect of nitric oxide (NO) on muscle protein synthesis. Primarily, C2C12 cells were supplied with
extra L-arginine (L-Arg) in the culture media. L-Arg supplementation increased the activity of inducible nitric oxide synthase
(iNOS), the rate of protein synthesis, and the phosphorylation of mTOR (Thr 2446) and p70S6K (Thr 389). L-NAME, an NOS
inhibitor, decreased NO concentrations within cells and abolished the stimulatory effect of L-Arg on protein synthesis and the
phosphorylation of mTOR and p70S6K. In contrast, SNP (sodium nitroprusside), an NO donor, increased NO concentrations,
enhanced protein synthesis, and upregulated mTOR and p70S6K phosphorylation, regardless of L-NAME treatment. Blocking
mTOR with rapamycin abolished the stimulatory effect of both L-Arg and SNP on protein synthesis and p70S6K
phosphorylation. These results indicate that L-Arg stimulates protein synthesis via the activation of the mTOR (Thr 2446)/

p70S6K signaling pathway in an NO-dependent manner.

1. Introduction

Nitric oxide (NO) is a free radical that is produced by nitric
oxide synthase (NOS) enzymes, which catalyze the conver-
sion of L-arginine (L-Arg) to L-citrulline [1]. NO participates
in specific signal transduction pathways, representing an
important new paradigm in cell communication and signal-
ing processes [2-4].

L-Arg, the precursor to NO, is involved in protein phos-
phorylation cascades and gene expression [5-7]. L-Arg sup-
plementation enables burn patients to maintain muscle
mass [8] and ameliorates muscle dysfunction in mdx mice
(X-linked muscular dystrophy, a model of Duchenne muscu-
lar dystrophy) [9]. Additionally, the concentrations of spe-
cific free amino acids, notably arginine and glutamine, are
associated with muscle growth and protein synthesis capacity
during late pregnancy in well-nourished sheep [10, 11].
However, supplementation with citrulline, the metabolic pre-
cursor of arginine, did not result in therapeutically relevant
outcomes such as increased skeletal muscle mass and peak
muscle force in male mice suffering from 14d of hindlimb

immobilization [12]. Therefore, further study is required to
determine whether L-Arg can stimulate protein synthesis in
skeletal muscle tissue. Moreover, skeletal muscle participates
in the overall NO metabolism by serving as a nitrate reservoir
[13]. L-arginine could protect myocytes from wasting during
catabolic conditions in an NO-independent manner [14]. L-
citrulline, produced by arginine metabolism, protects skeletal
muscle cells from cachectic stimuli in an iNOS-dependent
manner [15]. NO is involved in the repair of skeletal muscle
injury [16]. The activation of NO during muscle injury is crit-
ical in the early phases of the skeletal muscle repair process
[17]. The maintenance of NO could ameliorate the symp-
toms of dystrophy [18, 19]. The age-related muscle refracto-
riness to exercise can be overcome with NO donor treatment
[20]. There is growing evidence that NO is associated with
skeletal muscle-wasting diseases, sarcopenia, and cachexia
[21, 22]. However, the role of NO in myocyte protein synthe-
sis under normal conditions also needs to be elucidated.
The mammalian target of rapamycin (mTOR), a serine/
threonine protein kinase, plays a central role as a nutrient
and energy sensor in skeletal muscle. The mTOR signaling
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pathway controls cell growth and metabolic progression by
phosphorylating two downstream proteins: the eukaryotic
initiation factor 4E-binding protein 1 (4E-BP1) and the
ribosomal p70S6 kinasel (p70S6K) [23, 24]. As a crucial
component of the anabolic protein synthesis machinery,
the mTOR pathway participates in the regulation of pro-
tein anabolism in skeletal muscle [25-27]. L-Arg protects
muscle cells from wasting in vitro in an mTORCI-dependent
manner [6, 14]. Therefore, we hypothesized that L-Arg is
associated with the regulation of protein anabolism in myo-
cytes through the involvement of the NO and mTOR/
p70S6K signaling pathways.

In this study, the effect of L-Arg on myocyte protein syn-
thesis and the involvement of NO were investigated in vitro
in differentiated mouse C2C12 myoblasts. The protein syn-
thesis rate was estimated with a nonradioactive method by
labeling the newly synthesized polypeptides with low con-
centrations of puromycin and subsequently detecting these
proteins with an anti-puromycin antibody [28, 29]. The
involvement of the mTOR (Thr 2446)/p70S6K signaling
pathway was also evaluated in this study.

2. Materials and Methods

2.1. Cell Culture. Mouse C2C12 myoblasts (China Center for
Type Culture Collection, Wuhan, Hubei, CN) were plated
and cultured in high-glucose Dulbecco’s modified Eagle’s
medium (DMEM; Thermo Fisher, Shanghai, CN) with 10%
fetal bovine serum (Gibco, Grand Island, NY, US) and 1%
penicillin/streptomycin (Solarbio, Beijing, CN). At 80% con-
fluence, the cells were induced to differentiate and form myo-
tubes by culturing in DMEM supplemented with 2% horse
serum (Gibco, Grand Island, NY, US) for 84 h. Before treat-
ment, the medium was replaced with serum-free DMEM
for 12h. Finally, the C2C12 cells were exposed to the treat-
ments detailed below. Each treatment was performed on 6
or 7 samples (n =6 or 7).

2.2. L-Arginine, L-NAME, and SNP Treatments. The C2C12
cells were subjected to the following treatments: control
(basal medium containing 398.7 uM of L-Arg), extra L-
arginine supplementation (1 mM; Sigma, Saint Louis, MO,
US), N-nitro-L-arginine methyl ester (L-NAME; 10 mM;
Sigma, Saint Louis, MO, US), and L-Arg supplementation
(ImM) plus L-NAME (10 mM). The treatment doses were
selected based on previous studies [6, 14, 30]. To further
evaluate the role of NO, C2C12 cultures were subjected to
the following treatments: 1uM of sodium nitroprusside
(SNP; an NO donor; Sigma, Saint Louis, MO, US) or SNP
(1uM) plus L-NAME (10mM). At 36h after treatment,
puromycin (10 uM; Solarbio, Beijing, CN) was added to the
culture media for an additional 30 min, and proteins were
extracted from C2C12 cells and used for subsequent analyses.

2.3. Rapamycin Treatment. The C2C12 cells were treated
with 100 nM of rapamycin (an inhibitor of p70S6K; Solarbio,
Beijing, CN) for 30 min, followed by L-Arg (1 mM) or SNP
(1 uM) supplementation for 36h. Thereafter, puromycin
was added to the culture medium for an additional 30 min,
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and proteins were extracted from the C2CI12 cells and used
for subsequent analyses.

2.4. NO Concentration and NOS Activity Assays. NO concen-
trations in the media and cells were assessed using a commer-
cial kit (Jiancheng Bioengineering Institute, Nanjing, Jiangsu,
CN). NO is very chemically active and is thus easily con-
verted into NO,™ and then NO,". In this reaction system,
the concentration of NO,~ was measured after conversion
of NO;™ into NO,~ by nitrate reductase. The absorbance of
the supernatant was determined at 550 nm using a spectro-
photometer (Beijing PGeneral, Beijing, CN). Intracellular
NOS activity, including total NOS enzymes (TNOS) and
inducible NOS (iNOS), were determined using a commercial
kit (Jiancheng Bioengineering Institute, Nanjing, Jiangsu,
CN) according to the manufacturer’s instructions. In the
reaction system, NOS catalyzes L-arginine to produce NO,
which reacts with nucleophilic substances to form nonfer-
rous compounds. The absorbance was determined at
530 nm using a UV-2450 spectrophotometer (Beijing PGen-
eral, Beijing, CN). The experiment was also performed in the
absence of calcium and the presence of a calcium chelator to
determine the calcium-independent NOS activity, which was
taken to represent iNOS activity.

2.5. Protein Preparation and Western Blotting. The cells were
washed briefly with PBS (phosphate-buffered saline) and col-
lected in 0.2 mL of RIPA (radio immunoprecipitation assay)
lysis buffer (Beyotime, Haimen, Jiangsu, CN). Cell debris were
removed by centrifugation at 12,000 xg for 5 min at 4°C, and
the supernatants were used for immunoblotting analysis.
The BCA Protein Assay Kit (Beyotime, Nanjing, Jiangsu,
CN) was used to determine protein concentrations. Aliquots
containing 18 ug of protein were separated by 7.5% SDS poly-
acrylamide gel electrophoresis, and the separated proteins
were transferred onto polyvinylidene fluoride membranes
(0.45 um; Millipore, Boston, MA, USA) at 200 mA for 2h in
western transfer buffer (Beyotime, Nanjing, Jiangsu, CN) con-
taining 20% methanol. Membranes were then blocked for 1 h
at room temperature and incubated at 4°C overnight with pri-
mary antibodies at an appropriate dilution ratio. The follow-
ing primary antibodies were used: anti-phospho-4E-BP1
(Thr 37/46), anti-4E-BP1, anti-phospho-p70S6K (Thr 389),
anti-p70S6K, anti-phospho-mTOR (Ser 2448), anti-mTOR
(Cell Signaling Technologies, Danvers, MA, US), anti-
phospho-mTOR (Ser 2481) and anti-phospho-mTOR (Thr
2446) (Abcam, Cambridge, MA, US), anti-mouse puromycin
(Kerafast, Boston, MA, US), and anti-f-actin (Beyotime,
Nanjing, Jiangsu, CN). After washing, the proteins were
probed with horseradish peroxidase-linked anti-rabbit or
anti-mouse secondary antibodies with gentle agitation for
4h. The membranes were subsequently exposed to enhanced
chemiluminescence plus western blot detection reagents
(Beyotime, Nanjing, Jiangsu, CN). When two different pro-
teins had the same or similar molecular weight, we used dif-
ferent membranes to separately detect them. In contrast,
when two proteins were of different molecular weights or
when the phosphorylated and total levels of one protein
needed to be analyzed, the same membrane was used again.
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During this process, the membrane was blocked again and
incubated with another antibody after one protein was
detected. Finally, the membrane was scanned, and specific
bands were quantified using Vilber Fusion FX7 Spectra
(Vilber Lourmat, Paris, FR). The band intensity was normal-
ized to the $-actin band in the same sample. For phosphory-
lated proteins, when the total protein bands showed
significant differences in different treatments, the phosphor-
ylated protein bands were normalized to the total protein
bands. In contrast, if the total protein bands remained con-
stant among different groups, both the phosphorylated and
total protein bands were normalized to -actin.

2.6. Protein Synthesis Rate Analysis. The protein synthesis
rate was detected using a nonradioactive method [28]. The
newly synthesized proteins labeled with puromycin were
subsequently detected with an anti-puromycin antibody.
The accumulation of puromycin-conjugated peptides into
nascent peptide chains reflects the rate of protein synthesis
[28, 29]. The protein-antibody complexes were detected with
ECL Plus A and B (Beyotime, Nanjing, Jiangsu, CN), and the
results were quantified using the Fusion FX software (Vilber
Lourmat, Paris, FR).

2.7. Statistical Analysis. The data are expressed as the mean
s = SEM. The results were analyzed using one-way ANOVA
and the Statistical Analysis Systems statistical software pack-
age (Version 8e; SAS Institute Inc., Cary, NC, US). For the
observations of NO, TNOS, and iNOS at 3, 18, and 36 h time
points, two-way ANOVA was used to estimate the main
effects of L-Arg or L-NAME supplementation and time. Dif-
ferences between the means were evaluated using Duncan’s
honestly significant difference tests. Differences were consid-
ered as significant at P <0.05 and as approaching signifi-
cance at P <0.10.

3. Results

3.1. Effect of L-Arg on Protein Synthesis and mTOR and
p70S6K Phosphorylation. Compared with the control, L-Arg
significantly increased protein synthesis (+70%, P <0.05,
Figure 1(a)). The levels of phospho-mTOR (Thr 2446) and
phospho-p70S6K (Thr 389) were also significantly increased
(+70% and +40%, P < 0.05, Figures 1(b) and 1(c), resp.).
However, no differences (P > 0.05) were observed in the levels
of phospho-mTOR (Ser 2448 and Ser 2481) (Figure 1(b)).
Additionally, the NO abundance increased significantly
in the L-Arg-supplemented culture medium at 3h (+30%,
P <0.05, Figure 2(b)). The concentration of NO in the
C2CI12 cells and culture media tended to decrease with longer
treatment times (-=95% and —40%, P < 0.05, Figures 2(a) and
2(b), resp.). In contrast, the activities of iNOS and TNOS
increased from 3h to 36h (+60% and +90%, P <0.05,
Figures 2(c) and 2(d), resp.). L-Arg significantly increased
the activity of iNOS and TNOS at 3h (+70% and +30%,
P <0.05, Figures 2(c) and 2(d), resp.). The activity of
iNOS, however, was somewhat increased at 18h (+35%,
P=0.0774, Figure 2(c)) and clearly increased at 36h in
the C2C12 cells (+65%, P < 0.05, Figure 2(c)).

3.2. Effect of L-NAME on Protein Synthesis and mTOR and
p70S6K Phosphorylation. L-NAME decreased the NO abun-
dance in the cell-free supernatants (—80%, Figure 2(b)) and
NO levels in the C2C12 cells (-80% and —90%, P < 0.05) at
18 and 36h (Figure 2(a)) and tended to decrease NO levels
after 36 h treatment in the cell-free supernatants compared
with those of the controls (-85%, P =0.068, Figure 2(b)).
iNOS activity was not significantly altered (P >0.05) at 3 h,
18h, and 36h, whereas TNOS activity was significantly
inhibited (-55%, P < 0.05) at 18 h (Figure 2(d)) and tended
to be suppressed by L-NAME treatment in C2C12 cells at
36h (-30%, P =0.093) (Figure 2(d)). Compared with con-
trols, however, L-Arg supplementation had no significant
influence (P > 0.05) on NO concentrations in either the cells
or the cell-free supernatant. Conversely, iNOS activity was
significantly increased by L-Arg treatment (+60%, P < 0.05),
regardless of the presence of L-NAME (Figure 2(c)) at 36 h.
Additionally, TNOS activity was not altered by treatment
with both L-Arg and L-NAME (P > 0.05) (Figure 2(d)).

L-NAME treatment significantly decreased (P <0.05)
protein synthesis (—25%, Figure 3(a)), as well as the phos-
phorylated mTOR (Thr 2446) (—40%, Figure 3(b)) and
phospho-p70S6K (Thr 389) (-25%, Figure 3(c)) levels in
the C2C12 cells. However, this inhibitory effect was signifi-
cantly reduced by supplementation with 1mM of L-Arg
(+25%, +50%, and +35%, P <0.05, Figures 3(a)-3(c)). In
contrast, no difference was detected (P > 0.05) in the levels
of the total or phosphorylated mTOR (Ser 2448 and Ser
2481) (Figure 3(b)).

3.3. Effect of SNP on Protein Synthesis and mTOR, p70S6K,
and 4E-BP1 Phosphorylation. To further evaluate whether
NO is involved in the regulation of protein synthesis, we
tested the effect of SNP, an NO donor. The results showed
that SNP treatment increased NO concentrations in the
C2C12 cells (+55%, P <0.05) and in the cell-free superna-
tants (+80%, P <0.05, Figure 4(a)). Furthermore, iNOS
(=60%, P < 0.05), but not TNOS (P > 0.05), activity was sup-
pressed by SNP treatment (Figure 4(b)).

The results also indicated that SNP significantly increased
protein synthesis (+30%, P < 0.05, Figure 5(a)), increased the
phosphorylation of mTOR (Thr 2446) (35%, P <0.05,
Figure 5(b)), and upregulated both total p70S6K and
phospho-p70S6K (Thr 389) (+15% and +15%, P <0.05,
Figure 5(c)) and phosphor-4E-BP1 (Thr 37/46) levels
(+10%, P<0.05, Figure 5(d)). In contrast, phospho-
mTOR (Ser 2448 and Ser 2481) levels remained unaltered
(P> 0.05, Figure 5(d)).

The effect of SNP on L-NAME-induced suppression of
protein synthesis was further investigated. L-NAME signifi-
cantly inhibited the protein synthesis rate (-20%, P < 0.05,
Figure 6(a)), downregulated the levels of phosphorylated
mTOR (Thr 2446) (-60%, P <0.05, Figure 6(b)), and
decreased the phosphorylation of p70S6K (Thr 389)
(—=35%, P < 0.05, Figure 6(c)). In contrast, SNP supplemen-
tation significantly alleviated the L-NAME-induced inhibi-
tion of protein synthesis (+40%, P <0.05, Figure 6(a)).
SNP supplementation also upregulated the phosphorylated
mTOR (Thr 2446), as well as the total and phosphorylated
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FIGURE 1: L-Arginine enhances protein synthesis by phosphorylating mTOR (Thr 2446) and p70S6K (Thr 389) in C2CI12 cells. The protein
synthesis rate was evaluated after treatment by supplementation with puromycin (10 4M) for 30 min in the cell-free supernatant (a). The
levels of phosphorylated mTOR (b) and p70S6K (c) in the C2C12 cells cultured for 36 h in the presence of 1 mM of L-arginine. When the
total protein bands showed significant differences with different treatments, the phosphorylated protein bands were normalized to the
total protein bands. In contrast, if the total protein bands were similar across different groups, both the phosphorylated and total protein
bands were normalized to S-actin. Data are presented as the means + SEM (n=6); **P <0.01 and *P <0.05 compared with untreated

cells. NS, P > 0.05.

p70S6K (Thr 389), levels compared with those of the L-
NAME treatment (+40% and +35%, P < 0.05, Figures 6(b)
and 6(c)). However, no difference was detected between the
SNP and control treatments (P > 0.05). Neither SNP nor L-
NAME treatment altered the levels of the phosphorylated
mTOR (Ser 2448 and Ser 2481) (P > 0.05, Figure 6(b)).

3.4. Effect of Rapamycin Treatment on Protein Synthesis and
mTOR and p70S6K Phosphorylation. We further verified
whether p70S6K is involved in the stimulatory effect of
NO on protein synthesis by blocking mTOR/p70S6K signal-
ing. The results showed that the protein synthesis rate
significantly decreased with rapamycin treatment (-20%

and —25%, P < 0.05, Figures 7(a) and 7(d)). Meanwhile, rapamy-
cin treatment decreased the levels of total mTOR (-60% and
—-50%, P < 0.05, Figures 7(b) and 7(e)) and p70S6K (Thr 389)
phosphorylation (-100% and —100%, P < 0.05, Figures 7(c)
and 7(f)). Moreover, supplementation with L-Arg or SNP did
not reverse the effects of rapamycin treatment on the C2C12 cells
(P>0.05) (Figures 7(a) and 7(e)).

4. Discussion

In the present study, we investigated the role of L-Arg on
in vitro muscle protein synthesis under normal conditions.
The results indicated that L-Arg supplementation stimulated
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FIGURE 2: L-Arginine supplementation increases and L-NAME supplementation decreases NO concentrations in C2C12 cells and the culture
medium, as well as the activities of inducible nitric oxide synthase (iNOS) and total nitric oxide synthase (TNOS) in C2C12 cells (U/mg
protein). NO abundance in C2C12 cells (a) and culture medium (b) was detected after 3h, 18 h, and 36 h treatments with L-arginine or L-
NAME. The activity of NOS-iNOS (c) and TNOS (d) was analyzed following L-arginine or L-NAME supplementation for 3h, 18h, and
36 h in C2C12 cells. Data are expressed as the means + SEM (n=7). **P <0.01 compared with untreated cells. NS, P > 0.05.

protein synthesis, increased p70S6K phosphorylation (Thr
389), and upregulated phosphorylated mTOR (Thr 2446)
levels. The stimulatory effect of L-Arg on protein synthesis
and p70S6K (Thr 389) and mTOR (Thr 2446) phosphory-
lation was abolished by the presence of L-NAME, an NOS
inhibitor. In contrast, SNP, an NO donor, increased pro-
tein synthesis and upregulated both p70S6K and mTOR
phosphorylation (Thr 389 and Thr 2446, resp.); this effect
was not altered by L-NAME. Blocking the phosphorylation
of p70S6K with rapamycin, however, abolished the stimu-
latory effect of both L-Arg and SNP on protein synthesis.
These results demonstrate that NO is associated with the
regulation of muscle protein synthesis via the mTOR/
p70S6K pathway. Moreover, except for one mTOR phos-
phorylation site (Thr 2446), the phosphorylated levels of

mTOR (Ser 2448 and Ser 2481) were not altered by the
L-Arg, L-NAME, or SNP treatment, suggesting that this
specific mTOR site (Thr 2446) is the target site involved
in the regulation of protein synthesis by NO.

4.1. L-Arg Enhanced Protein Synthesis and the
Phosphorylation of p70S6K (Thr 389) and mTOR (Thr
2446). In animal experiments, L-Arg has been demonstrated
to enhance protein synthesis in skeletal muscle [31, 32].
Moreover, L-Arg supplementation is beneficial for the main-
tenance of muscle mass in burn patients and ameliorates
the muscle dysfunction associated with mdx mice [8, 9].
The advantageous effect of L-Arg could be partially
accounted for by the increased blood circulation in skeletal
muscles [33-35].



Oxidative Medicine and Cellular Longevity

L-NAME - - + L-Arg
L-Arg B-Actin kDa - + + L-NAME
+ - - K| 289 [ e | p-mTOR(Ser 2448)
- - L7 . ) 289 | | p-mTOR(Ser 2481)
kDa 180130 100 70 55 40 3542 289 [=——— e s Total mMTOR
NS 4) [— — | [-Actin
= * =
2 i T =
g £0 £ 151 NS
o =
% E < 3 ok
ﬁ‘ 8 E g u
£ =& 10 T 1.1
2 205 - 2y
g g Y S 0
g Z £ § Il
°° 5 0.5
=g
£ £
0.0 4 0.0 f T f
p-mTOR (Thr 2446) p-mTOR (Ser 2448)  p-mTOR (Ser 2481)
L-Arg - -+ - - + - - +
L-NAME - + o+ - + + -+ +
(a) (®)
_ - + L-Arg
kDa + + L-NAME
70 b-pTOSGK(The 389
70 [ T2t p7056K
42 |e— | -Actin
£ 151 NS NS
[}
E E *% T P T
E £ 1.0 7 =
L O
5 x 7
& s
5 0.5
=
&
0.0 f f
p70S6K p-p70S6K(Thr 389)
L-Arg - - + - - +
L-NAME - + + - + +

FIGURE 3: L-NAME and L-arginine treatment inhibits and evokes protein synthesis, respectively, in C2C12 cells. The protein synthesis rate
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bands were normalized to S-actin. Data are presented as the means + SEM (n=6). **P <0.01 and *P <0.05 compared with untreated

cells. NS, P> 0.05.

In the present study, we further investigated the direct
role of L-Arg in muscle cell protein synthesis. We confirmed
the enhancement of protein synthesis in C2C12 cells follow-
ing L-Arg supplementation, which was in line with the results
of [35], in which arginine was found to protect myocytes
from wasting by stimulating protein synthesis during cata-
bolic conditions in C2CI12 cells. These results suggest that
L-Arg stimulates protein synthesis in muscle cells regardless
of nutritional status; this finding is supported by the observa-
tion of Sales et al. [10, 11], who reported that free amino
acids, especially arginine, within muscle cells may be

associated with protein synthesis capacity in fetal lambs of
well-nourished sheep.

mTOR complex 1 (mTORCI), consisting of Raptor,
GpL, PRAS40, and DEPTOR, phosphorylates 4E-BP1 and
p70S6K and thus stimulates protein synthesis [36]. In vivo,
L-Arg treatment was shown to stimulate p70S6K phosphor-
ylation [32]. Under wasting conditions, arginine treatment
increased the levels of phosphorylated mTOR, p70S6K, and
4E-BP1 in C2CI12 cells [14]. In line with previous studies,
the present results indicated that L-Arg supplementation
upregulated p70S6K (Thr 389) and mTOR (Thr 2446)
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phosphorylation levels, which suggested that the mTOR/
p70S6K signaling pathway is an intracellular target of L-Arg.
In contrast to the work by Ham et al. [14], who reported that
arginine evoked mTOR phosphorylation (Ser 2448) in C2C12
cells under wasting conditions, we observed that L-Arg stim-
ulated the phosphorylation of mTOR at Thr2446, but not at
Ser2448 or Ser2481, in C2C12 cells under normal nutritional
conditions, suggesting that L-Arg may modulate mTOR
activity at different sites according to cellular nutritional state.

4.2. L-Arg-Stimulated Protein Synthesis via NO. In humans,
skeletal muscle participates in the overall NO metabolism
by serving as a nitrate reservoir [13]. As the precursor of
NO, L-Arg has been shown to be involved in protein phos-
phorylation cascades and gene expression by serving as a cell
signaling molecule [5, 37]. Arginine, a conditionally essential
amino acid, is known to participate in the production of NO
[38]. Under catabolic conditions, L-Arg was also found to

exhibit NO-independent protective effects on muscle wasting
[14]. To further investigate the role of NO in the regulation of
arginine, we first used L-NAME to suppress NOS activity.
The significant decrease in cellular NO concentrations and
the suppression of TNOS activity indicated that L-NAME
decreased NO production. The decreased protein synthesis
and levels of phosphorylated p70S6K (Thr 389) and mTOR
(Thr 2446) caused by L-NAME treatment suggested that
NO may be involved in muscle cell protein synthesis via the
mTOR/p70S6K pathway. The increased NO concentrations
in the cell-free supernatant and the restoration of iNOS activ-
ity upon treatment with both L-NAME and L-Arg indicated
that the suppressive effect of L-NAME on NOS activity could
be relieved by L-Arg supplementation. Consistent with this
result, L-Arg supplementation reversed the effects of L-
NAME on protein synthesis and p70S6K phosphorylation,
suggesting that either NO or arginine is involved in the mod-
ulation of protein synthesis.
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To further verify this hypothesis, we evaluated the effect of
SNP, an NO donor, on protein synthesis and p70S6K and
mTOR phosphorylation. The elevated NO production in cells
and in the media, as well as the decreased iNOS activity, indi-
cated that SNP treatment provides sufficient NO independent
of NOS. The increased protein synthesis caused by SNP also
suggests that NO, rather than L-Arg, is associated with the
regulation of protein synthesis in muscle cells. This hypothe-
sis was confirmed by the observation that the negative effect of
L-NAME on protein synthesis could be rescued by SNP sup-
plementation. Therefore, the present results demonstrate that
NO, rather than L-Arg, was associated with the regulation of
protein synthesis in C2C12 cells, which is consistent with
the mechanism in intestinal epithelial cells [39]. This result

was in line with previous work showing that the maintenance
of NO could ameliorate dystrophy symptoms [18, 19]. The
age-related muscle refractoriness to exercise can be overcome
with NO donor treatment [20]. This result, however, contra-
dicted the work of Ham et al., who reported that L-arginine
reduces muscle wasting in a dose-dependent manner through
NO-independent activation of mTOR [14]. The nutritional
status of the cells may account for these different observa-
tions. In the present study, we investigated the effect of argi-
nine and NO on protein synthesis and the activation of the
mTOR/p70S6K signaling pathway in cells under normal,
but not nutrient-deprived, conditions. These results may
imply that L- Arg and NO have a positive effect on muscle pro-
tein synthesis in a nutritional status-dependent manner.
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The SNP-induced upregulation of p70S6K and 4E-BP1
phosphorylation suggests that p70S6K and 4E-BP1 are the
target proteins of NO, which is consistent with previous stud-
ies [40, 41]. However, SNP supplementation only partially
restored the downregulation of p70S6K (Thr 389) and
mTOR (Thr 2446) phosphorylation by L-NAME. To further
clarity the effect of NO on mTOR and p70S6K, the C2C12
cells were treated with rapamycin. The suppression of pro-
tein synthesis and inhibition of p70S6K and mTOR phos-
phorylation by rapamycin indicated that the mTOR/
p70S6K pathway is an important pathway in muscle cell

protein synthesis, which is in line with previous studies [42,
43]. The suppressive effect of rapamycin was not reversed
by either L-Arg or SNP, which suggests that the regulatory
effect of L-Arg or NO on muscle cell protein synthesis is
dependent on the phosphorylation of mTOR specifically at
Thr 2446 (rather than at Ser 2448 or Ser 2481) to initiate
the phosphorylation of p70S6K (Thr 389) and 4E-BP1 (Thr
37/46). Further, the L-Arg- or SNP-induced activation of
mTOR (Thr 2446), p70S6K (Thr 389), and 4E-BP1 (Thr
37/46) is consistent with recent research in cocaine treatment
[44]. Even though the C-terminus of mTOR contains the
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FIGURE 7: Rapamycin inhibits protein synthesis as well as mTOR and p70S6K in C2C12 cells. The protein synthesis rate was evaluated following
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phosphorylation sites Thr 2446, Ser 2448, and Ser 2481,
which lie within or near a repressor domain and conse-
quently correlate with an increase in activity [45], these
sites are regulated by several different kinases including
downstream effectors of the mTOR pathway itself or by
autophosphorylation. For example, Thr 2446 is a target
of AMP-activated protein kinase (AMPK) and S6K [46, 47],
which is a novel mammalian target of the rapamycin (mTOR)
phosphorylation site regulated by nutrient status [46] and is
involved in various metabolic processes. Ser 2481 is an auto-
phosphorylation site that directly monitors the catalytic

activity of both mTORCI1 and mTORC2 [48, 49]. The Ser
2448 site is also a key mTOR phosphorylation site and is
regulated by Akt and S6K [50, 51]. We made the interest-
ing observation that the phosphorylation status of the Ser
2481 and Ser 2448 sites did not change following L-
arginine treatment or SNP supplementation. The specific
L-arginine- and SNP-induced mTOR phosphorylation pat-
tern is indicative of upstream signaling, as each phosphor-
ylation site is regulated by different mechanisms.

NO participates in cellular signal transduction mainly
through S-nitrosylation of allosteric and active-site cysteine
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thiols within proteins [37, 52, 53]. In aged rats (33
months), the increased phosphorylation of Akt (Ser 473
and Thr 308) in soleus muscles is associated with diminished
mTOR phosphorylation, whereas the age-related impair-
ment in Akt kinase activity is associated with increases in
Akt S-nitrosylation [54]. Hence, the actions of NO in skeletal
muscle under different physiological conditions need to be
further investigated.

4.3. The Role of NOS on Muscle Protein Synthesis. NOS has
three isoforms: iNOS, nNOS (neuronal NOS, type I), and
eNOS (endothelial NOS, type II). In skeletal muscle, nNOS
is the major NOS isoform. There is growing evidence that
NOS is associated with the development of muscle atrophy.
The nNOS/NO system modulates muscle functions such as
insulin sensitivity and glucose uptake, muscle contraction,
vasodilation, and activation of satellite cells [37, 55, 56].
The translocation of nNOS from the sarcolemma to the cyto-
plasm, however, is involved in muscle atrophy in an upload-
ing model mimicked by tail suspension [57, 58] and in
prolonged alcoholic myopathy [59]. NO signaling is dysreg-
ulated during muscular dystrophy due to the disruption of
the dystrophin glycoprotein complex (DGC), which anchors
nNOS [60]. The inhibition of tendon NOS contributes to the
attenuation of atrophy and acceleration of muscle regenera-
tion [61]. On the other hand, iNOS is expressed exclusively
in the presence of proinflammatory cytokines. iNOS has been
proven to be an important mediator in TNFa-induced
cachectic muscle loss and in age-related muscle wasting (sar-
copenia) [21]. Under pathological conditions, the activation
of iNOS promotes muscle atrophy [62]. NO may exert both
protective and pathological effects during muscle wasting,
depending on quantitative effects as well as on the spatial
arrangement of NOS [22]. L-Citrulline preserves protein syn-
thesis rates and protects myotubes from wasting through
induction of the iNOS isoform [15]. In the present study, pro-
tein synthesis was suppressed by L-NAME treatment and
stimulated by L-Arg. L-NAME suppressed TNOS activity at
18h (P <0.01) and 36h (P =0.093) but had little influence
on iNOS, suggesting that TNOS may be responsible for block-
ing protein synthesis. In contrast, L-Arg supplementation
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increased iINOS and TNOS at different time points. Hence,
the role of iNOS and nNOS on protein synthesis and the
mTOR/p70S6K pathway requires further study.

5. Conclusion

In conclusion, our results demonstrate that L-Arg is associ-
ated with the regulation of muscle development via the
mTOR (Thr 2446)/p70S6K signaling pathway in an NO-
dependent manner (Figure 8). These results highlight the
potential clinical application of L-Arg or NO for the modula-
tion of muscle metabolism.

Conflicts of Interest

The authors have declared no conflicts of interest.

Authors’ Contributions

Ruxia Wang and Hai Lin conceived and designed the
experiments; Ruxia Wang performed the experiments; Ruxia
Wang and Hai Lin wrote and modified the paper; Hongchao
Jiao, Zhao Jingpeng, and Xiaojuan Wang contributed
reagents/materials/analysis tools. All the authors read and
approved the final manuscript.

Acknowledgments

This work was supported by the National Key Research
Program of China under Grant no. 2016YFD0500510, the
China Agriculture Research System (CARS-41-K14), and
the Taishan Scholars Program (no. 201511023).

References

[1] T.Michel and O. Feron, “Nitric oxide synthases: which, where,
how, and why?,” The Journal of Clinical Investigation, vol. 100,
no. 9, pp. 2146-2152, 1997.

[2] C.Nathan, “Nitric oxide as a secretory product of mammalian
cells,” The FASEB Journal, vol. 6, no. 12, pp. 3051-3064, 1992.

[3] S. Moncada, R. M. Palmer, and E. A. Higgs, “Nitric oxide:
physiology, pathophysiology, and pharmacology,” Pharmaco-
logical Reviews, vol. 43, no. 2, pp. 109-142, 1991.

[4] J. Hemish, N. Nakaya, V. Mittal, and G. Enikolopov, “Nitric
oxide activates diverse signaling pathways to regulate gene
expression,” Journal of Biological Chemistry, vol. 278, no. 43,
pp. 42321-42329, 2003.

[5] S. M. Morris Jr., “Arginine metabolism: boundaries of our
knowledge,” The Journal of Nutrition, vol. 137, no. 6,
pp. 16025-16098, 2007.

[6] E. H. Herningtyas, Y. Okimura, A. E. Handayaningsih et al.,
“Branched-chain amino acids and arginine suppress MaFbx/
atrogin-1 mRNA expression via mTOR pathway in C2C12 cell
line,” Biochimica et Biophysica Acta (BBA) - General Subjects,
vol. 1780, no. 10, pp. 1115-1120, 2008.

[7] G. Wu, “Amino acids: metabolism, functions, and nutrition,”
Amino Acids, vol. 37, no. 1, pp. 1-17, 2009.

[8] H. Saito, O. Trocki, S. L. Wang, S. J. Gonee, S. N. Joffe, and
J. W. Alexander, “Metabolic and immune effects of dietary
arginine supplementation after burn,” Archives of Surgery,
vol. 122, no. 7, pp. 784-789, 1987.



12

(9]

(10]

(11]

(12]

(13]

(14]

(15]

(16]

(17]

(18]

(19]

(20]

(21]

(22]

(23]

(24]

E. R. Barton, L. Morris, M. Kawana, L. T. Bish, and T. Toursel,
“Systemic administration of L-arginine benefits mdx skeletal
muscle function,” Muscle & Nerve, vol. 32, no. 6, pp. 751-
760, 2005.

F. Sales, D. Pacheco, H. Blair, P. Kenyon, and S. McCoard,
“Muscle free amino acid profiles are related to differences in
skeletal muscle growth between single and twin ovine fetuses
near term,” SpringerPlus, vol. 2, no. 1, p. 483, 2013.

F. A. Sales, D. Pacheco, H. T. Blair et al., “Identification of
amino acids associated with skeletal muscle growth in late ges-
tation and at weaning in lambs of well-nourished sheep,” Jour-
nal of Animal Science, vol. 92, no. 11, pp. 5041-5052, 2014.
D.J. Ham, T. L. Kennedy, M. K. Caldow, A. Chee, G. S. Lynch,
and R. Koopman, “Citrulline does not prevent skeletal muscle
wasting or weakness in limb-casted mice,” The Journal of
Nutrition, vol. 145, no. 5, pp. 900-906, 2015.

B. Piknova, J. W. Park, K. M. Swanson, S. Dey, C. T. Noguchi,
and A. N. Schechter, “Skeletal muscle as an endogenous nitrate
reservoir,” Nitric Oxide, vol. 47, pp. 10-16, 2015.

D.J. Ham, M. K. Caldow, G. S. Lynch, and R. Koopman, “Argi-
nine protects muscle cells from wasting in vitro in an
mTORCI-dependent and NO-independent manner,” Amino
Acids, vol. 46, no. 12, pp. 2643-2652, 2014.

D.J. Ham, B. G. Gleeson, A. Chee et al., “L-Citrulline protects
skeletal muscle cells from cachectic stimuli through an iNOS-
dependent mechanism,” PLoS One, vol. 10, no. 10, article
e0141572, 2015.

L. I Filippin, M. J. Cuevas, E. Lima, N. P. Marroni, ]. Gonzalez-
Gallego, and R. M. Xavier, “Nitric oxide regulates the repair of
injured skeletal muscle,” Nitric Oxide, vol. 24, no. 1, pp. 43-49,
2011.

L. L. Filippin, A. J. Moreira, N. P. Marroni, and R. M. Xavier,
“Nitric oxide and repair of skeletal muscle injury,” Nitric
Oxide, vol. 21, no. 3-4, pp. 157-163, 2009.

M. Wehling, M. J. Spencer, and . G. Tidball, “A nitric oxide syn-
thase transgene ameliorates muscular dystrophy in mdx mice,”
Journal of Cell Biology, vol. 155, no. 1, pp. 123-132, 2001.

J. D. Archer, C. C. Vargas, and J. E. Anderson, “Persistent and
improved functional gain in mdx dystrophic mice after treat-
ment with L-arginine and deflazacort,” The FASEB Journal,
vol. 20, no. 6, pp. 738-740, 2006.

J. R. S. Leiter, R. Upadhaya, and J. E. Anderson, “Nitric oxide
and voluntary exercise together promote quadriceps hypertro-
phy and increase vascular density in female 18-mo-old mice,”
American Journal of Physiology-Cell Physiology, vol. 302, no. 9,
pp. C1306-C1315, 2012.

D. T. Hall, J. F. Ma, S. di Marco, and I. E. Gallouzi, “Inducible
nitric oxide synthase (iNOS) in muscle wasting syndrome, sar-
copenia, and cachexia,” Aging, vol. 3, no. 8, pp. 702-715, 2011.
L. M. Leitner, R. J. Wilson, Z. Yan, and A. Godecke, “Reactive
oxygen species/nitric oxide mediated inter-organ communica-
tion in skeletal muscle wasting diseases,” Antioxidants &
Redox Signaling, vol. 26, no. 13, pp. 700-717, 2017.

D. C. Fingar, C. J. Richardson, A. R. Tee, L. Cheatham,
C. Tsou, and J. Blenis, “mTOR controls cell cycle progression
through its cell growth effectors S6K1 and 4E-BP1/eukaryotic
translation initiation factor 4E,” Molecular and Cellular Biol-
ogy, vol. 24, no. 1, pp. 200-216, 2004.

C. J. Richardson, S. S. Schalm, and J. Blenis, “PI3-kinase and
TOR: PIKTORIing cell growth,” Seminars in Cell ¢ Develop-
mental Biology, vol. 15, no. 2, pp. 147-159, 2004.

[25]

[26]

(27]

(28]

(29]

(30]

(31]

(32]

(33]

(34]

(35]

(36]

(37]

(38]

(39]

[40]

(41]

Oxidative Medicine and Cellular Longevity

N. Shimizu, N. Yoshikawa, N. Ito et al., “Crosstalk between
glucocorticoid receptor and nutritional sensor mTOR in skel-
etal muscle,” Cell Metabolism, vol. 13, no. 2, pp. 170-182, 2011.
C. Rommel, S. C. Bodine, B. A. Clarke et al., “Mediation of
IGF-1-induced skeletal myotube hypertrophy by PI(3)K/Akt/
mTOR and PI(3)K/Akt/GSK3 pathways,” Nature Cell Biology,
vol. 3, no. 11, pp- 1009-1013, 2001.

T. A. Hornberger and S. Chien, “Mechanical stimuli and nutri-
ents regulate rapamycin-sensitive signaling through distinct
mechanisms in skeletal muscle,” Journal Cell Biochemistry,
vol. 97, no. 6, pp. 1207-1216, 2006.

E. K. Schmidt, G. Clavarino, M. Ceppi, and P. Pierre, “SUn-
SET, a nonradioactive method to monitor protein synthesis,”
Nature Methods, vol. 6, no. 4, pp. 275-277, 2009.

C. A. Goodman, D. M. Mabrey, J. W. Frey et al., “Novel
insights into the regulation of skeletal muscle protein synthesis
as revealed by a new nonradioactive in vivo technique,” The
FASEB Journal, vol. 25, no. 3, pp. 1028-1039, 2011.

J. H. D. Long, V. A. Lira, Q. A. Soltow, J. L. Betters, J. E. Sell-
man, and D. S. Criswell, “Arginine supplementation induces
myoblast fusion via augmentation of nitric oxide production,”
Journal of Muscle Research & Cell Motility, vol. 27, no. 8,
pp. 577-584, 2006.

J. W. Frank, J. Escobar, H. V. Nguyen et al., “Oral N-carbamyl-
glutamate supplementation increases protein synthesis in skel-
etal muscle of piglets,” The Journal of Nutrition, vol. 137, no. 2,
pp. 315-319, 2007.

K. Yao, Y. L. Yin, W. Chu et al., “Dietary arginine supplemen-
tation increases mTOR signaling activity in skeletal muscle of
neonatal pigs,” The Journal of Nutrition, vol. 138, no. 5,
pp. 867-872, 2008.

N. Gokce, “L-arginine and hypertension,” The Journal of
Nutrition, vol. 134, no. 10, pp. 28075-2811S, 2004.

Y. Nakai, P. Voisine, C. Bianchi et al., “Effects of L-arginine on
the endogenous angiogenic response in a model of hypercho-
lesterolemia,” Surgery, vol. 138, no. 2, pp. 291-298, 2005.

P. Voisine, J. Li, C. Bianchi et al., “Effects of L-arginine on
fibroblast growth factor 2-induced angiogenesis in a model
of endothelial dysfunction,” Circulation, vol. 112, no. 9, Sup-
plement, pp. 1202-1207, 2005.

J. D. Weber and D. H. Gutmann, “Deconvoluting mTOR biol-
ogy,” Cell Cycle, vol. 11, no. 2, pp. 236-248, 2014.

J. S. Stamler and G. Meissner, “Physiology of nitric oxide in
skeletal muscle,” Physiological Reviews, vol. 81, no. 1,
pp. 209-237, 2001.

G. Wuand S. M. Morris Jr., “Arginine metabolism: nitric oxide
and beyond,” Biochemical Journal, vol. 336, no. 1, pp. 1-17,
1998.

J. M. Rhoads, Y. Liu, X. Niu, S. Surendran, and G. Wu, “Argi-
nine stimulates cdx2-transformed intestinal epithelial cell
migration via a mechanism requiring both nitric oxide and
phosphorylation of p70 S6 kinase,” The Journal of Nutrition,
vol. 138, no. 9, pp. 1652-1657, 2008.

L. A. Berven, L. J. Frew, and M. F. Crouch, “Nitric oxide donors
selectively potentiate thrombin-stimulated p70°°* activity and
morphological changes in Swiss 3T3 cells,” Biochemical and
Biophysical Research Communications, vol. 266, no. 2,
pp. 352-360, 1999.

T. Minamino, M. Kitakaze, P. J. Papst et al., “Inhibition of
nitric oxide synthesis induces coronary vascular remodeling
and cardiac hypertrophy associated with the activation of



Oxidative Medicine and Cellular Longevity

[42]

[43]

(44]

[45]

[46]

(47]

(48]

(49]

(50]

(51]

(52]

(53]

[54]

[55]

(56]

(57]

p70 S6 kinase in rats,” Cardiovascular Drugs and Therapy,
vol. 14, no. 5, pp. 533-542, 2000.

K. Baar and K. Esser, “Phosphorylation of p70>“correlates
with increased skeletal muscle mass following resistance exer-
cise,” American Journal of Physiology-Cell Physiology, vol. 276,
no. 1, pp. C120-C127, 1999.

S. Fujita, H. C. Dreyer, M. J. Drummond et al., “Nutrient sig-
nalling in the regulation of human muscle protein synthesis,”
The Journal of Physiology, vol. 582, no. 2, pp. 813-823, 2007.
L. P. Sutton and M. G. Caron, “Essential role of D1R in the reg-
ulation of mTOR complex1 signaling induced by cocaine,”
Neuropharmacology, vol. 99, pp. 610-619, 2015.

C. A. Hoeffer and E. Klann, “mTOR signaling: at the cross-
roads of plasticity, memory and disease,” Trends in Neurosci-
ences, vol. 33, no. 2, pp. 67-75, 2010.

S.W.Y. Cheng, L. G. D. Fryer, D. Carling, and P. R. Shepherd,
“Thr***% is a novel mammalian target of rapamycin (mTOR)
phosphorylation site regulated by nutrient status,” Journal of
Biological Chemistry, vol. 279, no. 16, pp. 15719-15722, 2004.
M. K. Holz and J. Blenis, “Identification of S6 kinase 1 as a
novel mammalian target of rapamycin (mTOR)-phosphory-
lating kinase,” Journal of Biological Chemistry, vol. 280,
no. 28, pp. 26089-26093, 2005.

G. A. Soliman, H. A. Acosta-Jaquez, E. A. Dunlop et al,
“mTOR Ser-2481 autophosphorylation monitors mTORC-
specific catalytic activity and clarifies rapamycin mechanism
of action,” Journal of Biological Chemistry, vol. 285, no. 11,
pp. 7866-7879, 2010.

B. D. Manning, “Comment on “A dynamic network model of
mTOR signaling reveals TSC-independent mTORC2 regula-
tion”: building a model of the mTOR signaling network with
a potentially faulty tool,” Science Signaling, vol. 5, no. 232, arti-
cle 1c3, 2012.

T. H. Reynolds IV, S. C. Bodine, and J. C. Lawrence Jr., “Con-
trol of Ser***® phosphorylation in the mammalian target of
rapamycin by insulin and skeletal muscle load,” Journal of Bio-
logical Chemistry, vol. 277, no. 20, pp. 17657-17662, 2002.

G. G. Chiang and R. T. Abraham, “Phosphorylation of mam-
malian target of rapamycin (mTOR) at Ser-2448 is mediated
by p70S6 kinase,” Journal of Biological Chemistry, vol. 280,
no. 27, pp. 25485-25490, 2005.

D. T. Hess, A. Matsumoto, S. O. Kim, H. E. Marshall, and J. S.
Stamler, “Protein S-nitrosylation: purview and parameters,”
Nature Reviews Molecular Cell Biology, vol. 6, no. 2, pp. 150-
166, 2005.

P. Anand and J. S. Stamler, “Enzymatic mechanisms regulating
protein S-nitrosylation: implications in health and disease,”
Journal of Molecular Medicine, vol. 90, no. 3, pp. 233-244,2012.
M. Wu, A. Katta, M. K. Gadde et al., “Aging-associated dys-
function of Akt/protein kinase B: S-nitrosylation and acet-
aminophen intervention,” PLoS One, vol. 4, no. 7, article
e6430, 2009.

S. Kapur, S. Bédard, B. Marcotte, C. H. Coté, and A. Marette,
“Expression of nitric oxide synthase in skeletal muscle: a novel
role for nitric oxide as a modulator of insulin action,” Diabetes,
vol. 46, no. 11, pp. 1691-1700, 1997.

J. E. Anderson, “A role for nitric oxide in muscle repair: nitric
oxide-mediated activation of muscle satellite cells,” Molecular
Biology of the Cell, vol. 11, no. 5, pp. 1859-1874, 2000.

N. Suzuki, N. Motohashi, A. Uezumi et al., “NO production
results in suspension-induced muscle atrophy through

S6K
0

(59]

(60]

[61]

[62]

13

dislocation of neuronal NOS,” The Journal of Clinical Investi-
gation, vol. 117, no. 9, pp. 2468-2476, 2007.

N. Suzuki, H. Mizuno, H. Warita, S.". Takeda, Y. Itoyama, and
M. Aoki, “Neuronal NOS is dislocated during muscle atrophy
in amyotrophic lateral sclerosis,” Journal of the Neurological
Sciences, vol. 294, no. 1-2, pp. 95-101, 2010.

J. Wang, H. Chu, H. Zhao et al., “Nitricoxide synthase-induced
oxidative stress in prolonged alcoholic myopathies of rats,”
Molecular and Cellular Biochemistry, vol. 304, no. 1-2,
pp. 135-142, 2007.

D.]J. Glass, “T'wo tales concerning skeletal muscle,” The Journal
of Clinical Investigation, vol. 117, no. 9, pp. 2388-2391, 2007.

A.D. Seabra, S. A. S. Moraes, E. J. O. Batista et al., “Local inhi-
bition of nitrergic activity in tenotomized rats accelerates mus-
cle regeneration by increasing fiber area and decreasing central
core lesions,” Brazilian Journal of Medical and Biological
Research, vol. 50, no. 3, article 5556, 2017.

M. Assiand A. Rébillard, “The Janus-faced role of antioxidants
in cancer cachexia: new insights on the established concepts,”
Oxidative Medicine and Cellular Longevity, vol. 2016, Article
ID 9579868, 19 pages, 2016.



	L-Arginine Enhances Protein Synthesis by Phosphorylating mTOR (Thr 2446) in a Nitric Oxide-Dependent Manner in C2C12 Cells
	1. Introduction
	2. Materials and Methods
	2.1. Cell Culture
	2.2. L-Arginine, L-NAME, and SNP Treatments
	2.3. Rapamycin Treatment
	2.4. NO Concentration and NOS Activity Assays
	2.5. Protein Preparation and Western Blotting
	2.6. Protein Synthesis Rate Analysis
	2.7. Statistical Analysis

	3. Results
	3.1. Effect of L-Arg on Protein Synthesis and mTOR and p70S6K Phosphorylation
	3.2. Effect of L-NAME on Protein Synthesis and mTOR and p70S6K Phosphorylation
	3.3. Effect of SNP on Protein Synthesis and mTOR, p70S6K, and 4E-BP1 Phosphorylation
	3.4. Effect of Rapamycin Treatment on Protein Synthesis and mTOR and p70S6K Phosphorylation

	4. Discussion
	4.1. L-Arg Enhanced Protein Synthesis and the Phosphorylation of p70S6K (Thr 389) and mTOR (Thr 2446)
	4.2. L-Arg-Stimulated Protein Synthesis via NO
	4.3. The Role of NOS on Muscle Protein Synthesis

	5. Conclusion
	Conflicts of Interest
	Authors’ Contributions
	Acknowledgments

