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Abstract

We examined reactive oxygen species as upstream activators of NF-xB and Foxo in skeletal
muscle during disuse atrophy. Catalase, an enzyme that degrades H,O,, was overexpressed in
soleus muscles via plasmid injection prior to seven days of hind limb immobilization. The
increased catalase activity abolished immobilization-induced transactivation of both NF-xB and
Foxo, and it attenuated the loss of muscle mass. Thus, H,O2 may be an important initiator of these
signaling pathways which lead to muscle atrophy.
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Introduction

The nuclear factor kB (NF-xB) and forkhead box O (Foxo) signaling pathways are linked to
the skeletal muscle wasting that accompanies a variety of catabolic conditions including
cancer, diabetes, and skeletal muscle disuse.1™5 Despite the evidenced role of NF-xB and
Foxo in promoting muscle catabolism,1:2:6 the upstream activators of these pathways
during physiological muscle wasting are not clearly defined. However, common to each of
these atrophy conditions is an increase in reactive oxygen species (ROS), and it is speculated
that it plays a role in muscle wasting. In support of this, hydrogen peroxide administration is
sufficient to stimulate protein degradation in C2C12 myotubes.7 This may occur through
increased NF-xB activation, since antioxidant supplementation attenuates NF-«xB activity
and muscle wasting.7-11 However, there is little evidence in vivo to support ROS as a direct
upstream activator of NF-kB. The most convincing evidence comes from tumor bearing
mice treated with resveratrol, a compound with antioxidant properties.12 These mice show
decreased NF-xB DNA binding following treatment with resveratrol.13 However
resveratrol, like many global antioxidant supplements, has multiple mechanisms of action14
including anti-inflammatory properties.15 Thus the inhibition of NF-xB DNA binding in
skeletal muscle by resveratrol may not reflect a direct effect of ROS inhibition.

Although the Foxo transcription factors have been shown to be regulated by oxidants in
multiple cell types,16 to the best of our knowledge, no evidence exists to support ROS in
regulating Foxo transcription in skeletal muscle, in vitro or in vivo.
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Therefore, in this study we sought to determine whether overexpression of catalase, an
endogenous antioxidant enzyme that dehydrates H,O, and has been shown to inhibit H,O»
mediated NF-«B activation in C2C12 myotubes,17 is sufficient to attenuate NF-xB and
Foxo transactivation and skeletal muscle atrophy during hind limb immobilization.

Material and Methods

Results

Male Sprague-Dawley rats (200 g) purchased from Charles River Laboratories were used for
all animal experiments, and all animal procedures were approved by the University of
Florida Institutional Animal Care and Use Committee.

Prior to cast immobilization, rat soleus muscles were co-injected with an NF-kB-GL-3
reporter plasmid plus either a control plasmid into one limb or a catalase expression plasmid
into the contralateral limb. The same experimental design was followed using the Foxo-GL3
reporter plasmid. The amount of each plasmid injected was 40 pg, in a total volume of 50 pl
1X PBS. Following injections, muscles were electroporated (5 pulses — 125 V/cm — 20 ms
duration) to enhance and reduce the variability of plasmid uptake. Each plasmid has been
previously used and described.18721

Four days following plasmid injection, animals were assigned to either 7 days of weight-
bearing activity or hind limb immobilization.22:23 Following the seven day period soleus
muscles were removed and weighed, snap frozen in liquid nitrogen and stored at —80°C for
subsequent analyses.

Catalase expression was determined via western blot analysis as described previously4 using
a primary antibody specific for catalase (abcam, ab16731,Cambridge, MA, USA) and a
fluorescent-dye conjugated secondary antibody (Alexa Fluor 680, LiCOR Biosciences).
Catalase activity was determined following the method of Aebi.24

NF-xB- and Foxo-dependent reporter activity were determined in skeletal muscle lysates
homogenized in passive lysis buffer by measuring total luciferase activity as previously
described.4

All data were analyzed using a two-way ANOVA followed by Bonferroni corrections for
multiple comparisons when appropriate (GraphPad Software, San Diego, CA). All data are
expressed as means = SEM, and significance was established at the P < 0.05 level.

Injection and electotransfer of a catalase expression plasmid increased catalase protein
expression (Fig 1A) and caused a 2.5 — 4.5 fold increase in catalase activity (Fig 1B). This
increase in catalase protein and activity abolished the immobilization-induced increase in
both NF-xB (Fig 1C) and Foxo transactivation (Fig 1D). Furthermore, the soleus muscle
weight/body weight ratio was decreased by 35% with immobilization. Catalase prevented
33% of this decrease (Fig 1E).

Discussion

Two pathways known to be involved in regulating skeletal muscle mass are NF-xB and
Fox0.173:19 In fact, NF-xB is required for normal muscle wasting during cancer cachexial,
denervationl, and unloading19, while Foxo is required for normal muscle wasting during
cancer cachexia.3 Thus, identifying the upstream regulators of these pathways has important
implications, especially if there is a common regulator. This study demonstrates that catalase
overexpression is sufficient to prevent both NF-xB and Foxo transactivation during disuse-
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induced muscle wasting. Since the cellular function of catalase in the decomposition of
hydrogen peroxide to water and oxygen is well established in virtually all cell types, these
data provide the first convincing evidence that hydrogen peroxide is an upstream activator of
these signaling pathways during physiological conditions of muscle atrophy.

Our finding that catalase inhibits NF-«xB transactivation is supported by cell culture studies
in which the intracellular clearance of hydrogen peroxide, by catalase, prevents NF-xB
activation in myotubes following hydrogen peroxide treatment.10

In contrast, our finding that hydrogen peroxide clearance prevents Foxo transactivation in
skeletal muscle has not been reported, in vitro or in vivo. Since the Foxo reporter used here
is responsive to each of the mammalian Foxo homologues (Foxos 1, 3 and 4), the inhibition
of Foxo transactivation by catalase may reflect an inhibitory effect on any one, or
combination, of the Foxo family members. Although hydrogen peroxide treatment is
sufficient to induce Foxo nuclear localization and transactivation in various cell types,25:26
to our knowledge, this has not been demonstrated in skeletal muscle cells. However,
hydrogen peroxide treatment in C2C12 cells induces JNK-mediated phosphorylation of
Foxo4 at specific threonine residues,25 which in other cell types, promotes Foxo4 nuclear
relocalization and transcriptional activation.25:26

Since the NF-xB and Foxo signaling pathways are both sufficient and required for normal
muscle atrophy,173+19 our finding that the muscle weight/body weight ratio was attenuated
in muscles that overexpress catalase is not surprising. Since the transfection efficiency of the
catalase plasmid is ~50% due to its large size, the 33% attenuation of the muscle weight/
body weight ratio would likely be significantly greater with a higher transfection efficiency.
Therefore, countermeasures that specifically target hydrogen peroxide may be highly
effective treatments to significantly attenuate disuse muscle atrophy.
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Abbreviations

NF «B - nuclear factor xB
Foxo forkhead box O

H,0, hydrogen peroxide

ROS reactive oxygen species
C2C12 Mouse myoblast cell line
JINK c-Jun N-terminal kinase
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Figure 1.

Catalase overexpression prevents NF-kB and Foxo transactivation and attenuates skeletal
muscle atrophy. (A) Representative western blot of catalase expression (60 kDa) from whole
cell lysates, (B) catalase activity, (C) NF-«xB reporter activity, (D) Foxo reporter activity
and, (E) muscle weight/body weight ratio, from weight bearing and immobilized solei
injected with a control or catalase expression plasmid. Values reported are means + SEM for
6 muscles in each group.

Absolute soleus weights were: Weight Bearing (Control = 125.3+6.8 mg; Catalase =
136.5+5.8 mg) - Immobilized (Control = 60.1+2.8 mg; Catalase = 77.4+4.3 mg)
*Significantly different than control weight bearing (P<0.05). fSignificantly different than
control immobilized (P<0.05).
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