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ABSTRACT

Muscle mass adapts in response to changing functional and metabolic demands of the
organism and its maintenance is important for movement, health and survival. However,
many questions remain regarding the acute response of muscle to feeding, exercise and
altered environmental conditions. Thus, the aim of the present thesis was to investigate
how muscle responds acutely to changes in some of these stimuli in humans. The first
experiment aimed to understand the temporal response of muscle protein metabolism
and associated molecular anabolic signalling to a single oral protein feed. Rates of
myofibrillar protein synthesis (MPS) exhibited a biphasic response to an acute protein
meal. Myofibrillar and sarcoplasmic protein synthesis approximately tripled and
doubled, respectively by 90 min post-feed before returning to postabsorptive values by
180 min, despite continued availability of plasma essential amino acids (+80%).
Activity-related phosphorylation of proteins involved in anabolic signalling mirrored the
increase in MPS (e.g. p70S6K and 4EBP1 increased 2.1±0.2 and 2.6±0.5-fold,
respectively; mean ± SEM), and remained elevated after MPS had declined to baseline.
The second study reports the recovery of muscle function and plasma markers of muscle
damage following delayed onset muscle soreness (DOMS)-inducing exercise when
combined with an oral protein meal. Protein ingestion accelerated muscle force and
power recovery by 48 h post-exercise vs. placebo (muscle force = -0.25% vs. -10.7%;
power = -0.15% vs. -8.7% for protein and placebo trials, respectively). The augmented
functional recovery was not, however, matched by improvements in perceived muscle
soreness or plasma markers of damage. Finally, the third study examined the response of
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MPS to reduced O2 supply (hypoxia, 12.5% O2). After 3.5 h hypoxia at rest, MPS was
unaffected from normoxic values. However, although MPS increased after normoxic
resistance exercise (224±49%), this was blunted during hypoxia (184±268%, p>0.05)
despite increased anabolic signalling (p70S6K and ACC-β increased 3.4±1.1-fold and
decreased 0.7±0.1-fold, respectively), and was correlated with the measured blood O2
saturation (r2 = 0.48, p<0.05).

It is concluded that (i) after a single oral protein feed, muscle protein synthesis
demonstrates a ‘muscle-full’ effect where, following rapid activation, MPS is switchedoff despite continued elevated amino acid concentrations and anabolic signalling
through the mTOR pathway, (ii) a single post-exercise protein meal increases muscle
function recovery, but not perceived muscle soreness or blood markers of damage, and
(iii) reduced muscle O2 supply suppresses protein synthesis after exercise, even in the
presence of increased anabolic signalling. These findings have significant implications
for both athletic and clinical populations in terms of nutritional and exercise strategies
employed, and for the efficacy of exercise regimens for increasing / maintaining muscle
mass in conditions of reduced O2 supply.
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CHAPTER I. INTRODUCTION

1.1. Skeletal muscles

In healthy adults skeletal muscle is the major contributor to lean body mass (Bohé et
al. 2003), with the musculoskeletal system accounting for approximately half of total
body weight (Wackerhage and Rennie, 2006). Muscles serve to fulfil a variety of
tasks in response to changing functional and metabolic demands of the organism
(Bassel-Duby and Olsen, 2006). One of muscles’ primary functions is to enable
locomotion of the body by transmitting the force generated during muscular
contractions, via connective tissue, to pull on the body’s bony lever system
(McArdle et al. 1996). This system allows fine control of the rate and extent of force
development to move the body or for the propulsion of objects in order not only to
perform basic mechanical activities associated with the demands of daily living but
also to complete complex dynamic movements, such as during exercise and sport for
competition (MacIntosh et al. 2006).

In addition to this role in mobility, skeletal muscle plays a central role in the control
of whole-body protein, fat and carbohydrate (CHO) metabolism, contributing to ~2530% of basal energy expenditure (Radegran et al. 1999; Welle and Nair, 1990).
Muscle constitutes the bodies’ largest mobilisable source of protein, containing
approximately half of the total body protein content of a healthy human (Rooyackers
and Nair, 1997); a reserve that can be catabolised in times of organismal need to
provide the free amino acids for the synthesis of molecules required by other parts of
the body (e.g. Zhang et al. 2008b). Furthermore, muscle contributes to temperature
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regulation of the body (MacIntosh et al. 2006), and is the predominant site of wholebody glucose uptake (Horowitz et al. 2001; Kraegen et al. 1990; Zierler, 1999), the
disregulation of which may lead to pathologic complications such as type II diabetes
mellitus (Handberg et al. 1996; Hilder et al. 2005; Hirose et al. 2000; Turinsky,
1987). Muscle, therefore, not only serves mechanical functions but also contributes
to metabolic and energy homeostasis (Smith et al. 2008). As such, the adequate
maintenance of skeletal muscle is pivotal to preserve contractile function, health and
survival (Tipton and Ferrando, 2008). Indeed, significant loss of muscle mass
(atrophy) correlates strongly with loss of locomotive capacity, metabolic dysfunction
and increased frailty-associated mortality (Farre et al. 2008; Jatta et al. 2009;
McDermott et al, 2008; Miller and Wolfe, 2008; Regensteiner et al, 1993; Wagner,
2008).

Despite the physiological and pathophysiological importance of skeletal muscle, the
mechanisms regulating its mass are incompletely understood. Thus, the aim of this
thesis is to highlight and investigate gaps in the knowledge relating to regulation of
muscle by factors known to be important in affecting muscle protein metabolism and
muscle mass.

1.1.1. Skeletal muscle structure

The structure of a tissue reflects its function. In the case of skeletal muscles that
function is primarily to generate contractile force for movement (MacIntosh et al.
2006). Skeletal muscles possess specialised functional units, the sarcomeres, which
enable contraction by converting chemical energy (in the form of adenosine
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triphosphate; ATP) into mechanical energy, movement or resistance to stretch
(McArdle et al. 1996).

Muscle fibres are long, cylindrical, multinucleated cells (Berchtold et al. 2000), the
number and size of which dictate total muscle volume (Wackerhage and Rennie,
2006). These fibres lie parallel to each other; each fibre being composed of smaller
units, termed myofibrils, which run parallel to the long axis of the fibre through
which force is transmitted. The myofibrils are composed of smaller subunits, the
myofilaments, and comprise the contractile apparatus responsible for force
production. The predominant proteins of the myofilaments are the thin filament,
actin, and the thick filament, myosin, which together account for ~85% of the total
myofibrillar complex (McArdle et al. 1996). Sarcomeric myosins comprise two
heavy chains that protrude from the myosin filament by a neck region which
contains two pairs of myosin lights chains; the essential and regulatory (or
phosphorylatable) light chains (Pette and Staron, 1990). These filaments determine
the contractile heterogeneity of fibre types observed in human skeletal muscle, which
may be categorised into three broad classes; slow-oxidative (SO, or type I), fastoxidative-glycolytic (FOG, or type IIa), and fast-glycolytic (FG, or type IIx) fibres.

Actin and myosin, along with associated titin and nebulin filaments, interdigitate
between successive Z disks to form the sarcomere; repeating units that are arranged
in series within the myofibril (Schiaffino and Reggiani, 1996). The characteristic
striated appearance of muscle results from alternating myosin-containing
(Anisotropic, A-band) and actin-containing (Isotropic, I-band) regions within the
sarcomere. The centre of each I-band contains the actin-anchoring Z disks, which
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adhere to the sarcolemma of the cytoskeleton to provide stability to the entire
structure and anchors the filament group ultimately to skeletal structures to provide
muscle cell contractions, which effects movement of the body.

1.1.2. E-C coupling and the sliding filament theory

Since Luigi Galvani’s studies of frog muscle first raised the hypothesis of intrinsic
‘animal electricity’ as inducing muscular contractions (Galvani, 1791), great
progress has been made in understanding how electrical phenomena (i.e. action
potentials / depolarisation) result in muscle contraction. Combined with the advent
of electron microscopy and x-ray diffraction technologies, a detailed explanation has
been developed of how an electrical discharge at the muscle stimulates chemical and
mechanical events leading to muscle action; a process first termed excitationcontraction coupling (E-C coupling) by Sandow (1952).

E-C coupling originates with neuronal input from the central nervous system,
generating at the motor nerve an action potential; brief (< 1 millisecond) electrical
impulses transmitted along motor units. The action potential is received at the motor
end plate, which releases acetylcholine (ACh). ACh then diffuses across the synaptic
cleft and binds to ACh receptors on the sarcolemma which, in turn, conducts the
action potential into the interior of the muscle cell, via dihydropyridine receptors
(DHPRs), to the transverse tubule (T tubule) system; an extensive network of
interconnecting channels running perpendicular to the myofibril, which ends in the
terminal cisternae of the sarcoplasmic reticulum (SR) where Ca2+ is stored (Ebashi,
1976; Protasi, 2002; Rios et al. 1991). This depolarisation subsequently induces Ca2+
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release from the SR, mediated by interaction of DHPRs with SR ryanodine receptors
(Berchtold et al. 2000; Masamitsu, 1999; Meissner and Lu, 1995). Thereafter Ca2+
binds to troponin, removing the inhibitory action of troponin-tropomyosin on actinmyosin interaction. Thus, the active sites of actin and myosin are joined, forming the
actin-myosin crossbridge (actomyosin). This then activates myosin ATPase and
catalyses the hydrolysis of ATP to adenosine diphosphate + inorganic phosphate (Pi),
thus releasing energy. The energy released in this process causes movement of the
actin-myosin crossbridge, and the muscle generates tension. Actin dissociates from
myosin when ATP binds to actomyosin, leading to a relative movement or sliding of
the thick and thin filaments, and the muscle shortens and contracts. Coupling and
uncoupling continue as long as the Ca2+ concentration remains at a sufficient level to
inhibit the troponin-tropomyosin complex. Thus, when neural input is removed, the
Ca2+ pump moves Ca2+ back into the SR and, in the presence of ATP, actin and
myosin remain separated in a relaxed state (Wilmore et al. 2008).

The cyclical oscillating nature of actomyosin attachment, rotation, and detachment,
causes muscle fibres to shorten without actin or myosin actually changing length.
Actin filaments slide past the myosin filaments and into the A band during
shortening, thus decreasing the length of the I band region as the Z disks are pulled
towards the M line, producing force at the Z disks, which is ultimately transduced to
the skeleton to generate limb movement. This process is termed the sliding filament
theory and provides the molecular mechanism by which muscles contract to produce
force (McArdle et al. 1996).
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1.1.3. Types of muscle contraction

The ultimate effect of E-C coupling and the mechanistic actions of the sliding
filament theory is to shorten the muscle fibres in unison along the muscles’
longitudinal axis, thereby contracting the whole muscle and producing force. There
are two principle categories of muscle contraction: isometric and isotonic (or
dynamic). Isometric contractions are produced when there is no change in muscle
(sarcomere) length during muscular activation, and are associated with the highest
level of force production. Isotonic muscle actions occur when the length of the
muscle is altered, and are divided into two forms: concentric and eccentric.
Concentric contractions involve the muscle shortening, and joint movement
occurring as tension develops, for example in the quadriceps muscle during knee
extension exercise. Eccentric actions occur when the muscle lengthens while
developing tension, such as in the quadriceps during knee flexion (McArdle et al.
2006).

1.1.4. Skeletal muscle plasticity

The functional and structural properties of skeletal muscle are crucial to meet the
demands of daily living. Skeletal muscle constitutes a highly adaptable tissue,
capable of remodelling its structure and function in response to demands imposed by
physiological (e.g. physical activity) and environmental (e.g. altitude exposure)
challenges (Durieux et al. 2007; Hilber, 2008; Hoppeler and Flück, 2002). To detect
these changes, mechanical, metabolic, neuronal and hormonal signals are transduced
over signalling pathways (Hoppeler et al. 2007), which alter cellular gene
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expression, biochemical properties and morphology (Flück, 2006; Murton et al.
2008). Muscle plasticity is reflected in profound alterations in muscle mass and
function (i.e. force, power and endurance capabilities) in response to modifications
in contractile activity (endurance exercise, electrical stimulation, denervation,
inactivity), increased or decreased load (resistance training and microgravity,
respectively), nutrition (amino acid and insulin supply), environmental factors
(hypoxia, thermal stress), and a range of pathologies (Flück and Hoppeler, 2003;
Murton et al. 2008). However, the understanding of how these factors regulate
muscle remains poorly understood (Greenhaff et al. 2008).

1.2. Regulation of muscle protein homeostasis by nutrients

1.2.1. Circadian rhythm and protein balance

Skeletal muscle mass is regulated by the net balance between accrual and loss of
muscle proteins (e.g. mitochondrial, sarcoplasmic and myofibrillar proteins), termed
net protein balance (NPB). NPB is defined as the difference between rates of muscle
protein synthesis (MPS) and muscle protein breakdown (MPB), which must be equal
over a diurnal cycle for muscle mass to remain constant. However, when MPS
exceeds MPB, NPB is positive which, over time, results in a gain in muscle mass
(hypertrophy). Conversely, NPB is negative when MPB is greater than MPS and
results in loss of muscle (atrophy) (Biolo et al. 1997; Eley and Tisdale, 2007;
Phillips et al. 1997). Of MPS and MPB, it appears that the rate of MPS, which is
consistent between muscles in humans (Mittendorfer et al. 2005), serves as the
primary determinant of changes in NPB throughout a circadian rhythm (Phillips et
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al. 2005). Feeding-induced increases in MPS / decreases in MPB are responsible for
maintaining the relatively stable levels of body protein, and thus skeletal muscle
mass, in healthy young adults eating regular meals and not performing exercise
(Phillips et al. 2005; Tomé and Bos, 2000). This is due to the undulating diurnal
pattern of NPB created by repeated postprandial periods of positive NPB and
subsequent postabsorptive declines into negative NPB, illustrated in Figure 1.1
(Paddon-Jones et al. 2005; Phillips et al. 2005).

Fig. 1.1. Schematic representation of normal fed-state gains and fasted-state losses in skeletal muscle
protein balance (synthesis minus breakdown). Note that the area under the curve in the fed state (A)
would be equivalent to the fasted loss area under the curve (B); hence, skeletal muscle mass is
maintained by normal feeding. Adapted from Phillips (2004).

All organisms appear to possess the ability to sense nutrient availability on a
moment-to-moment basis, and to adjust flux via metabolic and signalling pathways
accordingly (Gulati and Thomas, 2007). Thus, it has long been recognised that
provision of a mixed meal switches NPB from negative to positive (Bennet et al.
1989; Rennie et al. 1982). This effect results primarily from an approximate 2 – 3
fold increase of basal rates of MPS (Bohé et al. 2001) and, to a lesser extent, ~50%
fall in MPB (Gelfand et al. 1990; Rasmussen et al. 2000; Rennie et al. 2002). In
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particular, the actions of increased postprandial concentrations of amino acids (AA)
and insulin have been implicated as important in regulating rates of muscle protein
turnover in humans (Boirie et al. 2001). However, despite the importance of feedinginduced changes in protein metabolism for the maintenance of muscle mass, and a
wealth of research conducted in the area, the precise responses of MPS to food and
the molecular signalling mechanisms regulating this response remain poorly
understood.

1.2.2. Regulation of protein metabolism by amino acids

Since amino acids are required for protein biosynthesis, it is logical to propose that
amino acids should control components involved in the regulation of protein
synthesis (mRNA translation) (Proud, 2007). Indeed, the ability of AA alone to
increase AA transport (Lundholm et al. 1987) and subsequently MPS is well
understood (Fujita et al. 2007; Bohé et al. 2001, 2003; Rennie et al. 1982; PaddonJones et al. 2004). The effect of mixed meals on MPS appears almost entirely due to
increased AA availability, since either orally or intravenously administered AA
alone are able to stimulate MPS to ~80% of the level observed with mixed meal
ingestion (Bennet et al. 1989, 1990; Cheng et al. 1985; Fryburg et al. 1995; Smith et
al. 1992), with little or no effect on MPB (Adegoke et al. 2009; Rennie, 2007).
Whilst all twenty AA are required to synthesise proteins, only the essential amino
acids (EAA; i.e. those not capable of being synthesised in vivo) are required to
stimulate MPS (Rasmussen et al. 2000; Smith et al. 1998), since administration of
non-essential amino acids alone (NEAA; i.e. those synthesised de novo) does not
increase MPS (Rennie, 2007; Tipton et al. 1999b). In fact, a large flooding dose of
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individual EAA, in particular leucine (one of the branched-chain amino acids;
BCAA), is capable of stimulating MPS (Smith et al. 1992; Escobar et al. 2006),
though this effect is short-lived and presumably dependent on the availability of
other EAA released into the plasma by entry from the gut after feeding or by
proteolysis in other tissues (Rennie, 2007).

1.2.2.1 Latency, duration, and dose response relationship between amino acid
availability and MPS

To date only one study has reported the temporal rise and subsequent decline of
MPS after provision of AA (Bohé et al. 2001). It was shown that following the onset
of continuous intravenous AA infusion (to plasma concentrations ~70% above
postabsorptive values) there exists a latency in stimulation of MPS, whereby a lag
period of ~30 min is followed by a steep rise in MPS, peaking at ~2 h and declining
rapidly thereafter to basal values, despite continued AA availability (Bohé et al.
2001); the fate of excess AA not incorporated to protein being ureagenesis (Rennie
et al. 2002) and recycling of carbon into intermediates of the citric acid cycle (e.g. αketoglutarate, succinyl-CoA, oxaloacetate) and glycolysis / gluconeogensis
(pyruvate, acetyl-CoA). This phenomenon has been termed the ‘muscle full’
phenomenon, by which MPS returns to basal values despite continued AA
availability and may explain the inability to build muscle mass simply by eating
more protein (Millward, 1995; Rennie, 2007). This pattern of MPS is also similarly
observed post-feeding in different sub-cellular protein fractions, including
sarcoplasmic, myofibrillar and mitochondrial proteins (Bates and Millward, 1983;
Moore et al. 2009; Rennie et al. 2002).
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The protein synthetic response to increased amino acid availability also exhibits a
dose response relationship. Firstly, an almost linear rise in MPS occurs with
increased plasma EAA concentration within the normal physiologic range (Bohé et
al. 2001). Secondly, in accordance with the ‘muscle full’ phenomenon, maximal
stimulation of MPS is achieved with relatively small doses of EAA. Cuthberston et
al. (2005) showed that both myofibrillar and sarcoplasmic protein synthesis were
increased in a dose-dependent manner from 2.5-10 g EAA, with no further increase
elicited with 20 g EAA. This is supported by the findings of Moore et al. (2009)
utilising whole protein, who reported a similar dose-dependent increase in MPS with
5, 10 and 20 g egg protein (approximately 2.5, 5 and 10 g EAA, respectively), which
was not further augmented by 40 g protein (~20 g EAA). Together these studies
indicate that MPS is maximally stimulated by the consumption of just 10 g EAA,
where leucine acts as the primary stimulator of the system (Greiwe et al. 2001), with
excess protein intake being catabolised to urea (Rennie et al. 2002). Such a narrow
range of concentrations over which amino acids have their effect on protein synthesis
and breakdown is congruent with known physiologic responses to feeding, where the
diurnal variation in amino acid concentration in the blood is only ~ ±50 % of the
daily mean (Bergstrom et al. 1990), and may suggest a desensitisation of the
signalling mechanisms that detect and transmit AA availability with protein
ingestions above the concentration required to maximally stimulate MPS (Rennie et
al. 2006).
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1.2.2.2. Amino acids and control of translational signalling

The acute synthesis of muscle proteins is primarily regulated at the level of
messenger RNA translation. Since translation consumes AA during peptide
elongation, it makes physiological sense for AA availability to regulate signalling
pathways controlling this process (Proud, 2007). As such, accompanying the AAstimulated increases in MPS are alterations in the phosphorylation, and presumably
activity, of signalling molecules involved in assembly of the translational apparatus,
which results in translation of pre-existing mRNA (Rennie, 2005). AA regulate
mRNA translation through multiple mechanisms, though of particular importance is
the mammalian target of rapamycin (mTOR) pathway. Due to its crucial role in
nutrient sensing, and in regulating cell growth, the cell cycle and gene expression,
the mTOR signalling cascade has been the focus of intense research over recent
years. Consequently, much progress has been made in delineating the complex
network of events surrounding mTOR signalling in response to feeding.

It has been known for over 10 years that AA serve as positive regulators of mTOR
signalling. Various cell lines of mammalian origin demonstrate that when transferred
from medium containing physiological concentrations of AA to a medium devoid of
AA, signalling through the mTOR pathway is rapidly (within minutes) suppressed
(Kimball and Jefferson, 2002; Proud, 2002). This, at least in part, occurs through
accumulation of uncharged tRNA activating the general control nonrepressed 2
(GCN2) pathway, which subsequently phosphorylates and inhibits the eukaryotic
initiation factor 2 α (eIF2α) to prevent translation initiation (Wek et al. 1995).
Conversely, addition of a mixture of amino acids (Wang et al. 2005), or leucine
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alone (Peyrollier et al. 2000) stimulates components of the mTOR pathway; an
increase which is prevented by treatment with the mTOR inhibitor rapamycin
(Peyrollier et al. 2000). The mechanism through which leucine stimulates mTOR
signalling is incompletely defined, though likely involves promotion of mTOR
binding with one of its regulatory proteins, regulatory associated protein with TOR
(raptor), in order to form a nutrient-sensitive complex (Kimball and Jefferson, 2006).
Activation of mTOR by nutrients have also been translated to humans; a 2 h infusion
of leucine (Greiwe et al. 2001), and a 6 h infusion of branched-chain AA (Liu et al.
2001) or a mixture of EAA and NEAA (Liu et al. 2002) increases the
phosphorylation of mTOR. More recently, measures of MPS in conjunction with
assessment of activity of the mTOR signalling cascade have been made,
demonstrating that oral ingestion of 10 g EAA (Cuthbertson et al. 2005) and
approximately 19.5 g of leucine-enriched EAA mixture plus 27 g carbohydrate
(Fujita et al. 2007) augmented both MPS and signalling through mTOR.

The mechanisms by which AA stimulate mTOR activation remain elusive. One
potential candidate includes the conversion of ras-homolog enriched in brain (Rheb)
to its active GTP-bound form via AA modulated activation of the Rheb guanosinenucleotide exchange factor, translationally controlled tumour protein (TCTP)
(Corradetti and Guan, 2006; Kimball and Jefferson, 2006; Proud, 2007). AA
availability is also sensed by a novel class 3 phosphoinositide-3 kinase (PI3K),
which enhances phosphorylation of mTOR by an unknown mechanism (Byfield et
al. 2005; Nobokuni et al. 2005; Peyrollier et al. 2000). Other possible mechanisms
include the vacuolar protein sorting 34 (Vps34) and mitogen activated protein kinase
kinase kinase kinase 3 (MAP4K3), though direct evidence for a role of these
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molecular events in underlying the AA induced mTOR activation is yet to be
reported (Gulati and Thomas, 2007; Proud, 2007).

When phosphorylated, mTOR controls translation initiation (Gingras et al. 1999,
2001), translation elongation (Kimball, 2002), and ribosomal biogenesis (Avruch et
al. 2001). The first mTOR target protein to be identified was the 70-kDa ribosomal
protein S6 kinase (p70S6K) which, when phosphorylated, promotes upregulation of
translation initiation via phosphorylation of multiple substrates (e.g. eukaryotic
initiation factor 4B; eIF4B, and eukaryotic initiation factor 4G; eIF4G) and also by
disassociating with the eukaryotic initiation factor 3 (eIF3), which allows assembly
of the preinitiation complex and its subsequent tethering to the 5’ cap structure of
mRNA (Peterson and Sabatini, 2005). Phosphorylation of p70S6K also increases the
translation elongation phase of protein synthesis by regulating the activity of
elongation factors, such as the eukaryotic elongation factor 2 (eEF2) (Balage et al.
2001). Thus, p70S6K activation likely leads to increased protein synthesis (Avruch
et al. 2001; Mayer and Grummt, 2006; Proud, 2004a). Indeed, increased activity of
the mTOR/p70S6K pathway has been shown to correlate with increased muscle
growth (Atherton et al. 2005; Baar and Esser, 1999; Bodine et al. 2001; Bolster et al.
2003). Another well characterised target of mTOR is the eukaryotic initiation factor
4E-binding protein 1 (4E-BP1); a translational repressor protein whose
phosphorylation and inhibition is a key step in stimulating translation initiation
(Gingras et al. 1999; Lawrence and Abraham, 1997; Wang and Proud, 2006). 4EBP1 binds to and sequesters eIF4E, preventing eIF4E from engaging with the
scaffold protein eIF4G, since 4E-BP1 and eIF4G bind to eIF4E at overlapping sites
(Gingras et al. 1999). Dephosphorylated 4E-BP1 thus prevents formation of the
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eIF4F complex (comprised of eIF4E, eIF4G and eIF4A), which mediates mRNA
binding to the 40S ribosomal subunit and, therefore, cap-dependent mRNA
translation initiation (Beugnet et al. 2003; Kimball, 2002; Wang et al. 2005).
However, phosphorylated 4E-BP1 allows eIF4F formation and sequential increases
in translation initiation (Proud, 2007). A further point of translational control via
mTOR is of translation elongation through the eukaryotic elongation factor 2 (eEF2).
Phosphorylation of eEF2 by its upstream kinase, eEF2 kinase, blocks its ability to
bind ribosomes, thus inhibiting peptide chain elongation (Browne and Proud, 2002;
Carlberg et al. 1990). However, activated mTOR phosphorylates and inhibits eEF2
kinase, which relieves inhibition of eEF2 to allow continuation of its physiological
function (Browne and Proud, 2002; Redpath et al. 1996). P70S6K also
phosphorylates and inhibits eEF2 kinase, underscoring the importance of the
p70S6K protein kinase in regulation of mRNA translation (Proud, 2007). A
summary of the signalling pathways thought to control protein synthesis, and the
response of these to feeding, is provided in Figure 1.2.

Congruent with feeding-induced increases in mTOR activity, both in vitro and in
vivo, p70S6K, 4E-BP1 and eEF2 are positively regulated by amino acids in cell
culture (Wang et al. 2005), in rats (Anthony et al. 2000a; Kimball et al. 2004;
Yoshizawa et al. 1998) and in humans following EAA administration (Cuthbertson
et al. 2005; Fujita et al. 2007; Greiwe et al. 2001).
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Figure 1.2. Translational signalling pathways involved in the regulation of muscle protein synthesis.
The response of these pathways to both essential amino acid provision (EAA; red arrows) and acute
resistance exercise (Exercise; black arrows) is also included. Adapted from Kumar et al. (2009a).

In addition to translational regulation through mTOR, AA appear to upregulate
translation initiation via mTOR independent mechanisms. In particular, the α-subunit
of the eukaryotic initiation factor 2 (eIF2α) has been implicated as important in the
AA mediated increase in protein synthesis. Phosphorylated eIF2α phosphorylates
and inhibits the guanosine-nucleotide-exchange factor, eIF2B, thereby preventing
binding of the initiator methionyl-tRNA to the 40S ribosomal subunit and,
subsequently inhibits recognition of the start codon (Herbert, 2007; Kimball and
Jefferson, 2005). Conversely, reduced eIF2α phosphorylation activates eIF2B by
dephosphorylation, leading to increased translation initiation (Cuthbertson et al.
2005; Kimball and Jefferson, 2004). In contrast to mTOR-mediated upregulation of
translational signalling, however, evidence of the role AA play in increasing
translation through eIF2α/eIF2B remain equivocal. In rat L6 myotubes, increased
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AA availability was shown to reduce eIF2α phosphorylation (Kimball et al. 1998).
However, studies in rat skeletal muscle (Anthony et al. 2000a; Crozier et al. 2005)
and C2C12 myotubes (Atherton et al. 2009) contradict this, showing no alteration in
eIF2α or eIF2B activity following leucine administration, despite significant
increases in protein synthesis (Anthony et al. 2000a; Crozier et al. 2005). The role of
this pathway following AA intake is further confounded by human investigations
demonstrating

that

ingestion

of

10g

EAA

significantly

reduced

eIF2B

phosphorylation, suggesting an increase in translation (Cuthbertson et al. 2005),
though Drummond et al. (2010) found no change in eIF2α phosphorylation with the
same supplementation. Further investigation into the role this mechanisms plays in
feeding-induced increases in protein synthesis are thus required.

1.2.3. Role of insulin in the regulation of muscle protein turnover

The role of insulin in regulating MPS has been a topic of some controversy over
recent years. Traditionally insulin has been thought to serve as an anabolic stimulus
independently of amino acid availability. For example, intravenous infusion of
insulin to supra-physiological concentrations stimulated MPS in young, fooddeprived rats (Garlick et al. 1983) and neonatal pigs (Suryawan et al. 2004).
Furthermore, rats infused with mixed AA failed to enhance MPS unless insulin
levels were concomitantly raised via glucose infusion (Preedy and Garlick, 1986).
However, interpretation of these early studies may be limited due to the use of
immature or growing animals in which the influence of development may alter
insulin-mediated responses (Rennie, 2007). Nevertheless, recent studies in cell
culture and in vivo have reported that insulin activates elements of the PKB / mTOR
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pathway which regulate MPS; provision of insulin activates 4E-BP1, p70S6K and
eEF2 via activation of the phosphatidylinositol-3 kinase (PI-3K) / Akt signal
transduction pathway (Avruch et al. 2001; Browne and Proud, 2002; Gingras et al.
2001; Martin and Blenis, 2002; Redpath et al. 1996; Schmelzle and Hall, 2000;
Suryawan et al. 2007, 2008). Similarly in humans, a hyperinsulinaemic infusion for
six hours (20μU.kg-1.h-1) causes increased phosphorylation of p70S6K (Liu et al.
2001), though measures of protein synthesis were not obtained.

In humans, the majority of data support the notion that insulin is not stimulatory for
MPS. Firstly, increasing AA to postprandial concentrations increases MPS to similar
values as those observed following a mixed meal, despite only modest rises in
plasma insulin availability, from 7-10 μU/ml (Bennet et al. 1989). This was followed
demonstrations that insulin is incapable of stimulating MPS unless sufficient
availability of AA are present (Bell et al. 2005; Bennet et al. 1990; Biolo et al.
1995a; Fujita et al. 2006; Gelfand et al. 1987) and only at the highest insulin
concentrations (100 μU/ml) (Rennie et al. 2006; Suryawan et al. 2004). Similarly,
physiologic increases in plasma insulin via carbohydrate feeding do not
independently stimulate MPS (Anthony et al. 2000a). Furthermore, clamping insulin
at postabsorptive concentrations (<5 μU/ml), thereby preventing the AA-regulated
transient increase in plasma insulin, does not prevent increases in MPS (Bohé et al.
2003; Cuthbertson et al. 2005), though this may attenuate the response (Anthony et
al. 2002; Kimball and Jefferson, 2006). Finally, although increasing postprandial
insulin availability to levels >10 μU/ml enhances the activity of key components of
the translational signalling cascade beyond that of AA alone, for example increased
mTOR and 4EBP1, and decreased eEF2 phosphorylation (Greenhaff et al. 2008),
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there is no concomitant increase in MPS (Fujita et al. 2006; Greenhaff et al. 2008;
Rasmussen et al. 2006; Rennie et al. 2006). It, therefore, appears that only
postabsorptive concentrations of insulin are necessary for stimulation of MPS and
that the role of insulin is permissive rather than modulatory (Kimball and Jefferson,
2006; Rennie et al. 2002).

Rather than increasing MPS, the principle action of insulin may be to inhibit MPB.
Basal rates of MPB are reduced ~50% with modest increases in plasma insulin
concentrations (Louard et al. 1992). Indeed, raising systemic insulin levels to 30
mU/L (Greenhaff et al. 2008), or just 15 mU/L (Wilkes et al. 2009), approximately
halves the rate of basal protein breakdown, with no further effect at higher insulin
concentrations (Greenhaff et al. 2008). This effect is likely to be due to insulinmediated activation of the phosphatidylinositol 3 kinase (PI3K) – PKB pathway,
since upregulation of PI3K-PKB via insulin supresses expression of the E3 ubiquitin
ligases muscle atrophy F-box (MAFbx/atrogin-1) and muscle ring-finger 1 (MuRF1)
by inhibiting Foxo (Forkhead box subfamily O) transcription factors, both in vitro
(Latres et al. 2005; Lee et al. 2004; Sacheck et al. 2004) and in vivo (Greenhaff et al.
2008), therein lowering proteasomal protein degradation (Sandri et al. 2004). The
effect of reduced proteolysis by insulin is to increase NPB and thus increase muscle
growth (Sacheck et al. 2004).

As such, it may be that the common link between MPS and MPB is the
concentration of circulating AA (Rennie, 2005), which stimulate MPS directly, and
inhibit MPB through an AA-mediated transient rise in plasma insulin levels
(Anthony et al. 2002; Crozier et al. 2005; Escobar et al. 2005). AA intake, therefore,
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augments MPS and decreases MPB in order to maximise the anabolic effect of
feeding.

1.3. Regulation of muscle by physical activity

1.3.1. Effects of resistance exercise on skeletal muscle

Resistance exercise (RE) is defined as the performance of dynamic or isometric
muscular contractions against external resistance of varying intensities (Phillips,
2007). Guidelines published by the American College of Sports Medicine (ACSM)
recommend that in order to induce gains in muscle mass and strength, resistance
training should consist of one-to-three sets of 8-12 repetitions over 8-10 different
exercises that cover all the major muscle groups, performed 2-3 d·wk-1 (ACSM,
1998). However, the necessity of performing multiple sets for inducing gains in
muscle mass and function has come under some criticism. Carpinelli (2002) showed
by meta-analysis of prior published resistance training studies that little evidence
exists to support the use of multiple sets, concluding that a single set may be as
beneficial. Later studies confirmed this, reporting a 34% increase in strength
following 12 wks of resistance training consisting of one set of six repetitions, over
six muscle groups (Winett et al. 2003). Nevertheless, the majority of studies
investigating the effects of chronic RE training have utilised multiple (i.e. three) sets,
performed 3 – 5 d·wk-1 which, after 12 wk stimulates muscle hypertrophy as shown
by increased quadriceps cross-sectional area (CSA) by ~8%, with concomitant
improvements in one repetition maximum (1-RM) of ~36% (Green et al. 1999;
Holm et al. 2008; Moore et al. 2007; Petrella et al. 2008). In fact, as little as 3 wk
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resistance training can increase quadriceps CSA by 5.2% and 1-RM by 39%,
demonstrating the rapid plasticity of skeletal muscle to RE (Seynnes et al. 2007).
There does exist, however, large variability in muscle adaptations following
resistance training programs; Hubal et al. (2005) reported a wide range of changes in
muscle size (from -2 to +59% cross-sectional area of the biceps brachii muscle) and
strength (0 to +250% for 1 repetition maximum) following 12 weeks resistance
training. As such, it may be expected that inter-subject variations in the response of
muscle to acute resistance exercise occur at the molecular level (i.e. changes in
protein turnover and signalling). Indeed, Kumar et al. (2009a) reported wide
variations in the responses of anabolic signalling proteins (e.g. mTOR, p70S6K,
4EBP1, eIF4E) to acute resistance exercise.

The required intensity for adaptations in muscle to occur as a result of resistance
training is generally accepted to be in the region of 60 – 70% of one repetition
maximum 1RM (Campos et al. 2002; Phillips, 2007, 2009). 12 wk resistance
training at 60% 1RM increased lean leg mass 6%, quadriceps CSA 9%, and 1RM
13%, whereas training at 15.5% 1RM only increased CSA 3%, and 1RM was
unchanged (Dreyer et al. 2006; Holm et al. 2008; Verdijk et al. 2009). Moreover,
rises in MPS are only seen when the load lifted reaches 60% 1RM but does not
further increase at 90% 1RM (Kumar et al. 2009b).

The primary mechanism through which hypertrophy is achieved is via repeated
increases in MPS following each acute bout of RE in the fed state, as illustrated in
Figure 1.3 (Mayhew et al. 2009).
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A

B

Fig. 1.3. Fed-state gains and fasted-state losses in skeletal muscle protein balance with performance
of resistance exercise. Fed state gains are enhanced by an amount equivalent to the stimulation of
protein synthesis brought about by exercise (A). Additionally, fasted-state losses appear to be less (B),
due to persistent stimulation of protein synthesis in the fasted state.

An acute bout of resistance-type exercise, even in the postabsorptive state, potently
stimulates MPS between 200 – 300% above basal values (Biolo et al. 1995b;
Chesley et al. 1992; Kumar et al. 2009; MacDougall et al. 1995; Phillips et al. 1997,
1999; Yarasheski et al. 1993). This stimulation is detectable within 1-2 h postexercise and may last for up to 72 h (Dreyer et al. 2006; Miller et al. 2005), though
recent work shows MPS returns to baseline values within 4 h post-RE even in the fed
state (Kumar et al. 20091). Whilst the precise mechanism(s) regulating the REmediated elevations in MPS remain unclear, a wealth of studies suggest that, as with
feeding, activation of the Akt-mTOR-p70S6K signal transduction pathway is
integral to the response (Dreyer et al. 2006; Drummond et al. 2009; Glover et al.
2008; Kumar et al. 2009a; Tannerstedt et al. 2009). Increased phosphorylation of
these molecules has been associated with the rise in MPS post-exercise, and at 24 h
and 72 h post-exercise (Deldicque et al. 2008). This has led to postulation that the
extent of activation of this pathway may be predictive of contraction-mediated
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muscle growth in rats (Baar and Esser, 1999; Dreyer et al. 2006; Drummond et al.
2008) and in humans (Kumar et al. 2009b; Phillips, 2009; Terzis et al. 2008). The
responses of components of translational signalling to resistance exercise are
presented in Figure 1.2.

In addition to increases in MPS with RE, there occurs a concurrent rise in MPB to
allow remodelling and to provide some of the free amino acids (in addition to those
derived from the diet) required to fuel increased MPS (Burd et al. 2009; Kumar et al.
2009a). It is well established that post-exercise MPB increases, as indicated by
arteriovenous tracer dilution measure of fractional breakdown rates (Biolo et al.
199b, 1997; Tipton et al. 1999a). However, the increase in mixed-muscle protein
breakdown is of a smaller magnitude than the increase in MPS; between 30 – 50%
by 3 h (Biolo et al. 1995b; Phillips et al. 1997, 1999) and is more short-lived than
the elevated MPS (Phillips et al. 1997). The resultant effect is an increase in NPB in
the postabsorptive state, though NPB remains negative.

The proteolytic signals controlling increases in post-exercise MPB in human muscle
remain

poorly

characterised,

but

likely

involve

calpains,

caspases,

metalloproteinases, and ubiquitin-proteasomal degradation. In humans, expression of
MAFbx and MuRF1 messenger RNA (mRNA) is upregulated post-exercise (Louis et
al. 2007; Mascher et al. 2008; Raue et al. 2007). However, other markers of protein
degradation, such as mRNA levels of the transcription factor forkhead box-O 3A
(Foxo3A) are unaffected 4 h following an acute resistance exercise bout (Raue et al.
2007). Myostatin, a member of the transforming growth factor-β superfamily and
inhibitor of skeletal muscle growth, is downregulated ~45% following acute
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resistance exercise (Louis et al. 2007; Mascher et al. 2008), consistent with a shift in
muscle towards anabolism and remodelling. Furthermore, mRNA expression of the
C2 proteasome subunit has been shown to be upregulated in response to acute
resistance exercise in rat hindlimb (Dupont-Versteegden et al. 2006). Thus, the C2
proteasome subunit may be important in regulating muscle remodelling in the postexercise period, though this remains untested in humans.

Finally, such acute investigations of resistance exercise-mediated changes in protein
synthesis and translational signalling provide useful information for estimating the
efficacy of anabolic agents (Tipton and Ferrando, 2008). Indeed, some evidence
exists that in carefully controlled studies, acute post-exercise changes in MPS and
MPB are, at least qualitatively, predictive of chronic adaptations to training
(Hartman et al. 2007; Wilkinson et al. 2007). As such, single studies are often used
to predict long-term responses to not only exercise training, but also a variety of
other stimuli which affect muscle, such as feeding and altering environmental
interventions (Burd et al. 2009).

1.3.2. Effects of dynamic eccentric exercise on skeletal muscle

Unfamiliar, particularly eccentric, muscular contractions commonly result in muscle
discomfort for up to 24–96 h after exercise (Cheung et al. 2003; Morgan and Allen
1999). This phenomenon, termed delayed-onset muscle soreness (DOMS), peaks 48
- 72 h after exercise and is characterized by tenderness to palpation and movement in
the damaged muscle (Armstrong 1984; Jones et al. 1986). There are also declines in
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flexibility (Gulick et al. 1996), force production (-38%; Prasartwuth et al. 2005), and
power-generation (-16%; Twist and Eston 2005).

Despite the high incidence of DOMS, the mechanisms underlying this physiologic
state remain uncertain (Cheung et al. 2003). Since the early 20th century (Hough,
1902) the debilitating symptoms associated with DOMS has been the focus of much
research (Abraham, 1977; Cobb et al. 1975; Friden and Sjostrom, 1981; Komi and
Buskirk, 1972; Waltrous et al. 1981). As a result, a variety of theories on the causes
of DOMS have been proposed. For example, lactic acid accumulation as a product of
anaerobic glycolysis was originally thought to induce muscle soreness following
intense exercise (Assmussen, 1956), though this has since been discredited as
causative (Francis, 1983; Schwane et al. 1981; Waltrous et al. 1981). Muscle spasms
resulting from ischemia-induced stimulation of pain nerve endings have also been
purported to underlie muscle soreness (deVries, 1961; 1966), though this theory has
also lost favour due to a lack of reproducibility (Abraham, 1977; 1979).
Inflammation-induced muscle soreness has gained credence over recent years as
contributing to sensations of muscle soreness post-eccentric exercise. Magnetic
resonance imaging analysis shows significant muscle swelling 1 d after eccentric
exercise (Nosaka and Clarkson, 1996), and plasma inflammatory markers such as
interleukin-6 (IL-6), and C-reactive protein are significantly elevated and correlate
with soreness during the DOMS period, and thus may at least partially account for
the sensations of pain associated with DOMS (Clarkson et al. 1992; Crameri et al.
2004a; Malm et al. 2004; Miles and Clarkson, 1994; Nosaka et al. 2006). However,
muscle inflammation does not appear to explain the DOMS-related loss of muscle
function and damage, since increases in inflammatory markers (IL-6) do not
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correlate with the rise in damage markers (MHC fragments in plasma) or reduced
muscle torque production (MacIntyre et al. 2001; Miles et al. 2008). Other proposed
mechanisms include cytoskeletal and contractile protein damage, and damage to
connective tissue (discussed below).

Given the breadth of hypothesised mechanisms regulating the onset of DOMS, there
is now a general consensus that no single hypothesis can explain the phenomenon’s
onset, and an integration of two or more theories likely combine to explain DOMS
(Cheung et al. 2003). It has long been proposed that a unique sequence of events
may explain the occurrence of DOMS which, with advancing knowledge, has gained
general acceptance over recent years (Armstrong, 1984; Cheung et al. 2003; Peake et
al. 2005). The current understanding is that following a single bout of dynamic,
eccentric exercise, mechanical disruption of sarcomeres and surrounding connective
tissue, and subsequent increases in inflammation of these tissues, results in loss of
contractile function and concurrent sensations of muscle soreness. Additionally, this
sarcomeric damage results in Ca2+ influx into the cell, causing increased activity of
Ca2+-activated proteases (the calpains) and phospholipases, and production of
reactive oxygen species, the generally accepted active agents involved in degradation
of the myofibre contractile apparatus and sarcolemma (Allen et al. 2005; Ebbeling
and Clarkson, 1989). Neutrophil recruitment to muscles further contributes to muscle
degradation (Belcastro et al. 1998; Raj et al. 1998), and exacerbates the contractile
deficits of DOMS. However, the precise sequence of events remains to be
determined.
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Clearly, a key aspect of events involved in DOMS is structural damage to the
contractile proteins. The possibility of ‘torn tissue’ following lengthening
contractions has long been hypothesised to explain the loss-of-function phenotype
associated with DOMS (Hough, 1902). This remained largely speculative until the
late 1970’s, when histological evidence of degenerating muscle fibres following
exhaustive exercise was reported (Vihko et al. 1978). Subsequently, Friden et al.
(1981) demonstrated an eccentric exercise-induced broadening and even total
disruption of the Z-line along with widespread disruption of sarcomere architecture.
Such irreversible myofibrillar damage of the Z-line has since been confirmed by
numerous authors, along with loss of proteins of the cytoskeleton (Friden and Lieber,
1992; Morgan, 1990; Proske and Allen, 2005; Sorichter et al. 1999) after, for
example, 210 maximal isokinetic contractions of the quadriceps (Crameri et al.
2007). Thus, there is little doubt about the occurrence of muscle damage following
eccentric exercise (Mackey et al. 2008), although this is not always observed
(Crameri et al. 2004a; Yu et al. 2002).

While this structural damage to the cytoskeletal and contractile proteins of muscle
cells would likely result in reductions in functional capacity of the whole muscle, it
may not be expected to induce significant sensations of muscle soreness to the
individual (Kjaer, 2004) since there are no pain receptors intramuscularly. This
conclusion is further supported by observations that the level of muscle soreness
experienced does not accurately reflect the magnitude of indirect indices of
eccentrically-induced muscular damage (Nosaka et al. 2002). Thus, other
mechanisms may account for the perceptions of soreness following eccentricexercise. A potential candidate is damage to intramuscular connective tissue (the
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extracellular matrix, ECM). During eccentric-exercise, shearing forces are placed on
the ECM in order to relieve some of the stress placed on cytoskeletal structures, with
the ECM distributing up to 70% of intramuscular strain during contraction (Crameri
et al. 2007; Kjaer, 2004). This force results in damage to collagen structures of the
ECM, and has been appreciated for many years following observations of increased
connective tissue breakdown (e.g. hydroxyproline in urine) (Abraham, 1977; Brown
et al. 1997). Recent work has provided support for these observations, demonstrating
ECM disruption following eccentric-exercise, as indicated by increased expression
of the ECM adhesion-modulating molecule tenascin C (Crameri et al. 2007; Kjaer,
2004) and increases in collagen-localised inflammation (Crameri et al. 2004b).
Though measures of perceived soreness were not taken in these studies, it is this
inflammation of the ECM, more so than of cytoskeletal / contractile protein damage,
that is thought to account for sensations of muscle soreness associated with DOMS
(Kjaer, 2004). Thus, exercise-induced damage to both the ECM and myofibrils may
account for differential induction of muscle soreness and functional declines,
respectively; acting synergistically to cause the principle symptoms of DOMS.

1.4. Regulation of muscle by low atmospheric oxygen concentrations (hypoxia)

A constant adequate supply of oxygen (O2) is essential to the survival of all
vertebrates (Essop, 2007). O2 acts as an environmental / developmental signal that
regulates growth, differentiation processes, and cellular energy homeostasis
(Haddad, 2004). Oxidative phosphorylation also generates about 90% of total
cellular ATP (De Palma et al. 2007). Thus, sufficient O2 supply is essential to
provide the ATP required for all anabolic processes within the body. O2, therefore,
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plays a central role in nearly all higher life processes and, as such, its availability
regulates interdependent cell metabolism, growth, and survival and is important in
maintaining cell and tissue integrity (Brahimi-Horn et al, 2007; Cai et al, 2006;
Douglas and Haddad, 2008; Liu et al, 2008; Lum et al, 2007). However, despite the
physiologic importance of O2 availability, the protein synthetic response of human
skeletal muscle to decreased O2 supply, and the intracellular mechanisms involved in
these responses, is incompletely understood.

1.4.1. Hypoxia, hypoxaemia and tissue hypoxia

The term hypoxia describes conditions of decreased O2 availability and results from
an imbalance between O2 supply and demand (Essop, 2007). Ultimately, it is the
intracellular hypoxia, and associated O2 sensing mechanisms, within specific tissues
that stimulate metabolic and/or morphological adaptations. Reduced tissue O2 supply
precedes this and is causative of tissue hypoxia, and can result from one, or a
combination of, three scenarios: 1) reduced ability of blood to carry O2, as in
anaemia; 2) reductions in tissue blood flow, such as that which occurs with
ischaemia / vascular dysfunction or; 3) low partial pressure of O2 in arterial blood
which occurs in, for example, patients suffering pulmonary disease or healthy
individuals during high altitude exposure (Tansey, 2008; West, 2008). Of these, the
latter two scenarios present non-pathological, physiologically relevant conditions for
which to study the in vivo effects of tissue hypoxia.

Acute (12 min) blood flow occlusion of the radial and ulnar arteries reduces
haemoglobin O2 saturation, which plateau after 6 min (Hamaoka et al. 2000) and
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leads to significant forearm muscle tissue deoxygenation at a rate of -37.4 %.min-1
by stopping tissue O2 supply (Pareznik et al. 2006). This is consistent with studies in
pathological ischaemia that also report tissue (cardiac and skeletal muscle)
deoxygenation (Pareznik et al. 2006).

While blood flow occlusion causes significant tissue hypoxia, it is not suitable for
studying the effect of prolonged hypoxic exposure upon muscle metabolism. A
complete loss of blood supply causes rupturing of the sarcolemma, loss of contractile
filaments, plasma exudation, oedema and infiltration of leukocytes in skeletal muscle
(Scholz et al. 2003). This morphological damage begins 3 h after occlusion and is
nearly complete following 6 h (Blaisdell, 2002). Furthermore, while anaemia can be
simulated acutely via blood volume reduction in healthy humans (Gonzalez-Alonso
et al. 2006), this method is not suitable for prolonged investigation of the effects of
hypoxia. As such, exposure to sub-atmospheric O2 concentrations is an alternative to
ischaemia / anaemia for studying the effects of low O2 supply to allow insight into
the pathophysiology of hypoxia (Tansey, 2008). Additionally, simulated hypoxia
(e.g. normobaric / hypobaric hypoxia) is a valuable model for understanding human
adaptations to high-altitude environments.

Using near infrared spectroscopy it has been demonstrated that a fall in the partial
pressure of peripheral blood O2 saturation (SpO2) to ~84%, from normoxic values of
~ 98%, is sufficient to mimic the effects of moderate altitude exposure (Breen et al.
2008; DeLorey et al. 2004; Heubert et al. 2005). Acute reductions in SpO2 become
prominent from 2000 m (~16% O2; partial pressure of O2 (PO2) = 121 mmHg)
altitude (Bartsch and Saltin, 2008). This effect worsens with increasing altitude, with
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SpO2 falling to approximately 79 ± 3% at 5000 m (~11.5 % O2; PO2 = 81 mmHg),
66 ± 6% at 6500 m (~9 % O2; PO2 = 63 mmHg), and 52 ± 2% at 8000 m (~7.5 % O2;
PO2 = 49 mmHg) (Anholm et al. 1992). However, reports citing the severity of
hypoxia required to stimulate the hypoxaemia necessary for tissue deoxygenation are
varied. Heubert et al. (2005) found 16% inspired O2 decreased SpO2 to 84±1% at
rest. In contrast, despite inspiring a lowered concentration of O2 than Heubert and
colleagues, Kinsman et al. (2002) reported a decline in SpO2 to just 91±1% when
breathing 15% O2 (~2650 m; PO2 = 113 mmHg). Sustained falls in SpO2 have,
however, been reported with greater levels of hypoxia, where acute inspiration of
~12% O2 (~4300 m; PO2 = 90 mmHg) lowered SpO2 to 88±1% (DeLorey et al.
2004), 75±1% (Jones et al. 2008), and 85%±1% (Kawahara et al. 2008) of normoxic
values. This response occurs within 30 min normobaric hypoxic exposure (Loeppky
et al. 1996; Savourey et al. 2007), and is adequate to cause muscle deoxygenation
(i.e. reduced oxyhaemoglobin levels, as measured by near-infrared spectroscopy)
(DeLorey et al. 2004; Kawahara et al. 2008; Salman et al. 2005).

1.4.2. Effects of hypoxia on skeletal muscle mass and protein metabolism

Altering the concentration of O2 in inspired air may affect muscle protein
metabolism and muscle mass. There are several examples of situations in which this
may be studied. Firstly, humans living at (Kayser et al. 1991) or returning from
expeditions to (Fulco et al, 1992; Rose et al, 1988) high altitude display alterations
in muscle mass that indicate a role of hypoxia in regulation of muscle. Secondly,
comparisons can be made with symptoms described in certain pathologies that are
characterised by chronic intermittent hypoxia (termed ‘pathological hypoxia’) (e.g.
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Debigare and Maltais, 2008; Jatta et al, 2009; Raguso et al, 2004). Thirdly, in vitro
studies into the influence of hypoxia, i.e. <0.2% O2 from normal values of 2 – 5% at
the tissue level (Roy et al. 2003), provide insight into the possible role reduced O2
availability may play in regulating processes involved in protein metabolism (Bi et
al, 2005; Koumenis et al, 2002). Fourthly, limited studies conducted in vivo indicate
the potential importance of hypoxia in muscle protein synthesis (Rennie et al, 1983).

1.4.2.1. Muscular adaptations during high altitude exposure

Comparative studies show that humans living at altitude for all or most of their lives
are lighter (body mass = 67.8±10.8 versus 60.3±8.4 kg for sea-level residents and
high altitude sherpas, respectively), have lower muscle mass (upper arm muscle
cross-sectional area = 41.2±5.1 vs. 34.5±5.6 cm2) (Fiori et al,. 2000; Weitz et al.
2000) and possess smaller muscle fibre cross-sectional area (3,186±521 μm2)
compared with than lowland counterparts (4,170±710 μm2) (Kayser et al. 1991).

It is well documented that transition from low- to high-altitude results in losses of
body weight (Abdelmalki et al, 1996; Boyer and Blume, 1984; Cerretelli, 1992;
Ferretti et al, 1990; Green, 1992; Green et al, 1989; Hamad and Travis, 2006;
Kayser, 1992; MacDougall et al, 1991; Wagenmakers, 1992; Westerterp and Kayser,
2006). Despite reports of reduced body mass at altitude, a lack of continuity in the
protocols utilised render it difficult to determine the precise effects of varying
altitudes / duration of exposure upon body composition. It is clear from early reports
that ascent to altitudes >5,000 m (~11 – 11.5% inspired O2; PO2 = ~81 mmHg) for
approximately six to eight weeks induces significant reductions in body size of
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7.4±2.2 kg (Boyer and Blume, 1984; Green et al, 1989; Hoppeler et al, 1990; Rose et
al, 1988) at a rate of 1-2 kg·wk-1 (Westerterp, 2001). Later studies indicate,
however, that exposure to altitudes as low as 4,300 m (~12% O2; PO2 = ~90 mmHg)
for three weeks (Tanner and Stager, 1998) or as few as sixteen days (Fulco et al,
1992) can cause significant losses in body weight (-4.2 kg and -5.9 kg, respectively)
compared to sea-level controls. Thus, short-duration (16-21 d) stays at ≥4,300 m
consistently causes reductions in body weight (Fulco et al, 1992; Fusch et al, 1996;
Tanner and Stager, 1998), though losses in body mass appears to worsen with
increasing altitudes.

The reduction in body mass during chronic hypoxia is principally due to loss of lean
(skeletal muscle) mass (Fulco et al, 1992; Rose et al, 1988; Tanner and Stager,
1998). For example, simulated ascent to >8,000 m for 40 d showed a decrease in
body mass of 7.4±2.2 kg, of which 4.9 kg (~66%) was fat-free mass and was
associated with a 17% reduction in thigh muscle cross-sectional area (Rose et al,
1988). Furthermore, 32 d at >5,400 m induced a mean 4 kg reduction in body
weight, of which ~73% was fat-free mass (Boyer and Blume, 1984). As with effects
on body mass, lower altitudes also appear to induce losses in fat-free mass, where 21
d at 4,300 m induced a 4.2±2.8 kg reduction in body mass of which 77% was fat-free
mass (Tanner and Stager, 1998), and 18 d at 4,300 m reduced fat-free mass
significantly by 2.06 kg, whereas fat mass was unaltered (Fulco et al, 1985).
However, as with body mass losses, it seems that the loss of fat-free mass is greater
at higher altitudes (e.g. >8,000 m) compared to moderate (e.g. ~4,500 m) altitudes.
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Losses of muscle mass at altitude are reflected in alterations in muscle morphology
at the ultrastructural level. Muscle fibre cross-sectional area (CSA) was reduced 10%
after six wk (Hoppeler et al, 1990) and -15% following ten weeks (Mizuno et al,
2008) exposure to 5,350 m. Reductions in fibre CSA may also be fibre specific, with
Type I muscle fibres showing a significant decrease in cross-sectional area (-25%),
while Type II fibres also decreased, though non-significantly during a simulated
ascent >8,000 m (MacDougall et al, 1991). Presumably, given the degree of change
observed in fat-free mass at 4,300 m, lower altitudes may cause comparable
alterations in muscle morphology, though this remains untested. Furthermore, it
appears that the loss of muscle function and mass during chronic stays at altitude
may persist for long after the initial loss of muscle mass. Sedentary controls and
long-distance runners assessed for morphological adaptations pre-, and 2-12 months
post-high altitude (up to 8,000 m) sojourns exhibit reduced muscle fibre crosssectional area of 15% and 51% for sedentary controls and endurance runners,
respectively (Oelz et al, 1986). The net effect of these changes with exposure to
altitude is impairments in aerobic exercise performance (Cerretelli, 1992; Heubert et
al, 2005; Hoppeler and Vogt, 2001), reductions in maximal isometric voluntary force
/ power generating capabilities (Caquelard et al, 2000; Dousset et al, 2001; Ferretti
et al, 1990; Fulco et al, 2001), and reduced muscle mass.

The mechanisms regulating the reduction in muscle mass following altitude
expeditions have been scarcely investigated. Various hypotheses have, however,
been proposed to explain this phenomenon, including: 1) increased energy
expenditure that is not matched by increased energy intake (Butterfield, 1990; Gill
and Pugh, 1964; Grover, 1963; Rose et al, 1988); 2) a loss of appetite and thus
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reduced dietary intake at altitude (Boyer and Blume, 1984; Bradwell et al, 1986;
Consolazio et al, 1968; Hannon et al, 1976; Sridharan et al, 1982; Surks et al, 1966);
3) loss of body water due to increased insensible loss via increased ventilation,
decreased fluid intake, or abnormal water metabolism (Fulco et al, 1985; Krzywicki
et al, 1971; Pugh, 1962); and 4) a decreased absorption of nutrients from the
gastrointestinal tract (Milledge, 1972; Rai et al, 1975). Most of these hypotheses
have, however, since been disproved. For example, increased dietary intake can
alleviate (Pulfrey and Jones, 1996) but not fully prevent continued body mass losses
during high altitude expeditions (Hoyt et al, 1994; Westerterp et al, 1994), even
when dietary energy intake is matched for energy expenditure (Hamad and Travis,
2006; Worme et al, 1991). Also, no loss of body water has been shown after
prolonged high altitude exposure (Fusch et al, 1996; Westerterp et al, 2000). The
role of fat, carbohydrate and/or protein malabsorption from the gut in controlling
altitude-related alterations in body composition remains controversial, with reports
both supporting (Boyer and Blume, 1984; San Miguel et al, 2002) and rejecting
(Guilland and Klepping, 1985; Kayser et al, 1992; Rai et al, 1975; Sridharan et al,
1982) the hypothesis. Thus, the mechanisms underlying reductions in muscle mass
during altitude / hypoxic exposure remain undetermined, although it is apparent that
there must exist an imbalance between MPS and MPB in these situations.

1.4.2.2. Muscle mass in conditions of clinical hypoxia

Comparisons can be drawn between decreased O2 supply due to environmental
hypoxic exposure and in patients hypoxic as a result of critical illness. Indeed, early
attempts to understand human adaptation to low atmospheric O2 were conducted in

35

individuals suffering pathological hypoxia, though conclusions were clouded by
virtue of the illness itself (Davies and Gazetopoulos, 1981; Robin, 1980).

Clinically, numerous conditions are associated with hypoxaemia / tissue hypoxia.
For example, patients suffering chronic obstructive pulmonary disease (COPD)
endure recurring hypoxic episodes due to interrupted breathing patterns where
resting SpO2 declines to 87.8 ± 2.7% (Nasilowski et al, 2008), which is analogous to
the decreases in SpO2 seen in healthy individuals at ~4,500 m (~12% O2) altitude
(DeLorey et al, 2004). Similarly, obstructive sleep apnoea (OSA) is associated with
regular (5 nocturnal respiratory disturbances per hour) falls in SpO2 to 88.3±5.0%,
both at night and during the daytime (Chiang, 2006; Clause et al, 2008; Noda et al,
1998), and is a common symptom of obesity (Alam et al, 2007) and type II diabetes
mellitus (T2DM) (Chasens, 2007 Tasali et al, 2008). Furthermore, vascular
resistance also may exacerbate the consequence of hypoxia in obesity and T2DM
(Capla et al, 2007; Mohler et al, 2006; Prompers et al, 2007; Wong et al, 2008) via
ischaemia-induced localised tissue hypoxia. Pathological blood flow restriction also
underlies the skeletal muscle hypoxia observed in peripheral arterial occlusive
disease (PAD) patients (Dehne et al, 2007; Hauser et al. 1984; Pareznik et al, 2006).

Interestingly, muscle wasting is a common symptom in all of the above conditions
where pathological hypoxia is present. For example, atrophy is prevalent in COPD
(Debigare and Maltais, 2008; Jatta et al, 2009; Palange et al, 1998; Pereira et al,
2004; Raguso et al, 2004), with 25% of male patients having fat-free body mass
(FFM) index <17 kg·m-2 (Wagner, 2008), versus >18 kg·m-2 in healthy controls
(Schols et al, 2005). Those with COPD also show decreased muscle fibre cross-
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sectional area (Gosker et al, 2002; Pereira et al, 2004; Whittom et al, 1998) and
reduced thigh muscle cross-sectional area of 83.4 ± 16.4 versus 109.6 ± 15.6 cm2 for
healthy individuals (Bernard et al, 1998). A complication of OSA (Pillar and
Shehadeh, 2008), T2DM and obesity (Brash et al, 1999; Mastrocola et al, 2008;
Severinsen et al, 2007) is also accelerated muscle loss particularly of the lower
extremities. Furthermore, PAD has been shown to promote muscle weakness and
fibre atrophy (Killewich et al, 2007; Regensteiner et al, 1993; Steinacker et al,
2000). This myopathy is independent of other co morbidities associated with PAD
(Pipinos et al, 2008) and ultimately causes reduced muscle size (Hourde et al, 2006;
McDermott et al, 2007; Regensteiner et al, 1993). Consequently, these conditions
are associated with loss of locomotive capacity, decreased muscle function and,
therefore, reduced quality of life (Dourado et al. 2009; Wüst and Degens, 2007).

Increasing our understanding of the molecular pathways underpinning this muscle
wasting will lead to the development of new therapeutic agents and strategies to
combat it. Various mechanisms have been proposed to explain the muscle wasting
observed in each of these respective disease states. However, the underlying cause(s)
of atrophy in many cases remain incompletely understood. In those conditions where
hypoxaemia occurs as a result of interrupted breathing patterns, muscle wasting has
been hypothesised to be caused by energy imbalance via increased resting energy
expenditure due to increased work of breathing in COPD (Sergi et al, 2006) and
OSA (Ryan et al, 1995). Aggressive nutritional supplementation, however, does not
prevent or reverse muscle wasting in these conditions (Guinot-Bourquin et al, 2004;
Schols, 2003). Furthermore, the finding that only one in four COPD patients suffers
muscle wasting led to investigation of genetic susceptibility to atrophy, with the

37

focus primarily directed towards genes encoding inflammatory molecules
(Broekhuizen et al, 2005; Hopkinson et al, 2006). However, few associating
polymorphisms have been found, and cause and effect relationships between specific
genotypes in these diseases remain to be established (Wagner, 2008). Finally,
inactivity may be partially responsible for reductions in muscle mass in hypoxaemic
conditions, since COPD patients, diabetics and obese individuals all display lowered
activity levels versus healthy controls (Zuwallack, 2009). However, resistance
training does not appear to fully restore muscle strength or lead to improvements in
exercise capacity (Bernard et al. 1998; Man et al. 2009), and leads to blunted
hypertophic responses in hypoxaemic pathologies versus healthy individuals (e.g. 2
– 4% increases in quadriceps cross-sectional area in COPD patients versus 8 – 10%
increases healthy individuals) (Casaburi et al. 2004; Kongsgaard et al. 2004),
suggesting activity levels alone may not account for muscular abnormalities in these
conditions.

With regards to atrophy in conditions of vascular disease / ischaemia, impaired blood
flow and associated decreases in substrate supply has been implicated as a principle
cause of lower limb locomotor muscle dysfunction (Killewich et al. 2007). A
reduced nutritional supply may not, however, provide an exhaustive explanation for
muscle loss in ischaemic diseases, since body weight loss and muscle fatigability are
often difficult to reverse despite an optimal nutritional intake, suggesting atrophy
cannot fully be explained by malnutrition alone (Guinot-Bourquin et al, 2004).
Lastly, denervation has also been implemented as a mechanism of atrophy in
ischaemia, with histological evidence of denervation found in PAD legs
(Regensteiner et al, 1993) suggesting ischaemic damage to these nerves may
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contribute to muscle dysfunction and atrophy in the long-term. However,
electromyographic analysis of the tibialis anterior muscle in PAD shows muscle
action potential activities are within normal limits (Papapetropoulou et al, 1998).

Thus, the mechanisms investigated to date do not appear to fully explain the loss of
muscle observed in diseases where pathological hypoxia is a feature. Recently a
direct role for hypoxia in reducing rates of protein synthesis has been proposed to
explain muscle loss in conditions of environmental / pathological hypoxia
(Hochachka et al, 1996; Hoppeler and Vogt, 2001; Wüst and Degens, 2007), though
to date this has received little investigative attention in vivo. Furthermore, whilst the
physiological responses to hypoxia have been appreciated for a long time (as detailed
above), the molecular processes that occur within cells have only recently come
under investigation (Kenneth and Rocha, 2008). In vitro studies provide an
opportunity for greater insight into the regulation of skeletal muscle protein
metabolism by low O2 supply for subsequent application in humans.

1.4.2.3. Hypoxia and control of protein synthesis and translational signalling in vitro

Giving credence to the hypothesis that intramuscular hypoxia may contribute to the
occurrence of muscle wasting are studies in various cell lines investigating the role
of hypoxia (< 0.2% O2) on protein turnover. Reduced O2 availability can be closely
monitored at both the cellular and organismal levels (Liu et al, 2006), leading to
activation of O2-responsive intracellular signalling pathways, with the aim of
reinstating energy status for continued cell survival (Kenneth and Rocha, 2008).
Delineating this cellular hypoxic response and the underlying molecular signalling
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pathways has been the focus of intense research over recent years, primarily as a
result of the role hypoxia plays in embryonic development, and in conditions such as
tumor growth, ischaemia, stroke and wound-healing (Semenza, 2001b; Simon and
Keith, 2008; Wouters et al, 2005). Findings of such studies help towards better
understanding the response of human skeletal muscle to hypoxia.

During periods of O2 limitation, most excitable cells cannot meet the energy
demands of the cell due to a reduction in oxidative metabolism, resulting in rapid
depletion of ATP (Boutilier, 2001; Hochachka and Lutz, 2001; Pierce and Czubryt,
1995; Stanley et al, 1997). As an adaptive response cells undergo two key metabolic
alterations: 1) increasing anaerobic glycolysis in order to maximise the yield of ATP
per mol O2 and, 2) down regulating non-essential energy consuming processes,
including protein synthesis (Arsham et al, 2003; Boutilier, 2001; Jibb and Richards,
2008; Michiels, 2004). Although the former of these mechanisms is undoubtedly
useful in surviving O2 lack , evaluation of such defence strategies indicates that
suppression of energy turnover provides the greatest protection against hypoxia
(Hochachka, 1986; Hochachka et al, 1996; Storey and Storey, 1990; Wouters et al,
2005). This is because protein synthesis is the dominant ATP-consuming process in
mammalian skeletal muscle (Michiels, 2004; Rolfe and Brand, 1996), requiring
approximately 4 ATP molecules per peptide bond and accounting for 25-30% ATP
usage at basal metabolic rate (Welle and Nair, 1990). Furthermore, anaerobic ATP
production cannot sustain the pre-existing energy demands of mammalian cells and
tissues for more than a couple of hours in muscle (Boutilier, 2001), requiring the
conservation of ATP via alternative mechanisms, e.g. decreased protein synthesis.
As such, inhibition of protein synthesis promotes energy homeostasis and may
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sustain survival during periods of hypoxia where ATP production may be limited
(Breen et al, 2008; Liu et al, 2006; van den Beucken et al, 2006).

It is widely accepted that, in vitro, mRNA translation is severely but reversibly
inhibited during hypoxia (Arsham et al, 2003; Bi et al, 2005; Boutilier, 2001; Jibb
and Richards, 2008; Koumenis et al, 2002; Michiels, 2004), which has been
demonstrated in all cell lines tested to date (Barnhart et al. 2008). This is further
supported by a recent study in L6 myotubes showing that atrophy of these cells
occurs over 24 – 48 h in supra-physiological levels of hypoxia (1% O2), due to a
combination of decreased protein synthesis and increased protein breakdown (Caron
et al, 2009). The hypoxic down-regulation of this ATP-consuming process is
arranged hierarchically, with protein synthesis and RNA/DNA synthesis being the
first to suffer rapid, widespread inhibition (Buttgereit and Brand, 1995), occurring
within minutes to hours of the initiation of a hypoxic stimulus and preceding ATP
depletion (Lefebvre et al, 1993; Michiels, 2004). However, in mammalian cells this
response may be slower; in L6 myotubes protein synthesis is unaltered after 24 h
hypoxic exposure but declined significantly (49% decrease) after 48 h hypoxia
(Caron et al, 2009).

In mammalian systems, hypoxia affects cell metabolism and gene expression in two
ways: 1) through slower transcriptional responses that are largely dependent on the
hypoxia-inducible factor (HIF) family of O2-sensitive transcription factors (Proud,
2004b; Semenza, 2001a), and; 2) via rapid and reversible effects on cell signalling
events that serve to acutely balance energy supply and demand (Arsham et al, 2003).
Chronic adaptations to hypoxia invariably involve changes in the transcription of
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genes regulated by a major hypoxia-responsive transcription factor, HIF-1 (Semenza
and Wang, 1992). HIF-1 is a heterodimer composed of a HIF-1β subunit, which is
constitutively expressed, and a HIF-1α subunit, the expression and transcriptional
activity of which are under tight regulation by cellular O2 concentration (Wang et al,
1995) and requires the chromatin remodelling complex SWI/SNF for its activation
(Kenneth et al, 2009). In normoxia (normal O2 concentrations, ~20.9%) HIF-1α is
controlled by a class of 2-oxoglutarate dioxygenases called prolylhydroxylases
(PHDs) that target this subunit for ubiquitination by the Von Hippel Lindau system
and subsequently proteasomal degradation (Kenneth et al, 2009). Under hypoxic
conditions, however, PHD activity is inhibited and HIF1-α is stabilised, allowing
levels to increase and subsequently translocate into the nucleus to promote
transactivation of target genes (Brahimi-Horn et al, 2007; Giaccia et al, 2003; Hu et
al, 2003).

These include more than 100 genes (Chavez et al, 2008) encoding

proteins involved in glycolysis and the tricarboxylic acid cycle (Kim et al, 2006;
Papandreou et al, 2006), erythropoieses and angiogenesis (Kaelin, 2002; Semenza,
2001b), as well as cell cycle arrest (Gardner et al, 2001; Koshiji et al, 2004),
autophagy (Zhang et al, 2008a) and apoptosis (Greijer and van der Wall, 2004).
However, because HIF-1α mediated transcription primarily represents a mechanism
for adaptation to prolonged hypoxia (Ryan et al, 1998; Tang et al, 2004; Leek et al,
2005), alternative responses must take place in the short-term to account for the
acute alterations in mRNA translation during hypoxia.

Early adaptations to the onset of hypoxia must, therefore, entail modulated activity
of preexisting proteins (Bi et al, 2005; Koritzinsky et al, 2006; Semenza, 2001a),
which can undergo rapid alterations (van den Beucken et al. 2006). Although HIF-1
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is generally associated with transcriptional changes that regulate chronic adaptations
to hypoxia, relieved inhibition of HIF-1α at the early onset of hypoxia may rapidly
increase the expression of specific proteins that are normally translationally
repressed (van den Beucken et al. 2006). One such mechanism that has received
much attention recently is the protein, REgulated in Development and DNA Damage
responses (REDD1), first discovered by Ellisen et al. (2002). REDD1 has a half-life
of <5 min (Kimball et al. 2008) and, as such, can undergo rapid alterations in total
content of the protein. During hypoxia, REDD1 expression is elevated in a HIF-1α
dependent manner (DeYoung et al. 2008; Schwarzer et al. 2005) and, by activating
the TSC 1/2 complex, functions to suppress mTOR activity and thus rates of protein
synthesis (Brugarolas et al. 2004; DeYoung et al. 2008) and subsequent mTOR,
p70S6K and 4E-BP1 inhibition (Arsham et al. 2003; Ellisen, 2005; Sofer et al. 2005;
van den Beucken et al. 2006). HIF-1α independent mechanisms of translational
inhibition have also been revealed. During hypoxic exposure, increases in AMP
concentrations leads to increased activity-related phosphorylation of the AMPactivated protein kinase (AMPK) at Thr172 (Liu et al. 2006) through
phosphorylation of the upstream kinase LKB1 (Emerling et al, 2009). The result is
translation inhibition via TSC 1/2-mediated inhibition of the mTOR / 4E-BP1 /
p70S6K pathways (Liu et al, 2006). Additionally, AMPK phosphorylation leads to
eEF2 and eIF2α inhibition, which also contributes to reduced rates of protein
synthesis. Contradicting this, however, are reports that AMPK activation is not
required for hypoxia-induced suppression of protein synthesis, suggesting that
REDD1 activation is the primary mechanism involved (Brugarolas et al. 2004).
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Thus, it is clear that acute hypoxia causes skeletal muscle cell dysfunction in vitro,
but little is known about the effects of hypoxia on muscle function and metabolism
in vivo (Degens et al, 2006). In light of findings from in vitro experiments, and the
high O2 and ATP cost of protein synthesis, hypoxia-induced suppression of protein
synthesis remains a plausible, but not directly tested, hypothesis. Therefore,
understanding of the molecular signalling changes that accompany hypoxia may
reveal novel therapeutic strategies for the treatment of altitude-related and
pathological muscle wasting.

1.4.2.4. In vivo studies of the effects of hypoxia on rates of protein synthesis and
translational signalling

Very few investigations have reported whether the in vitro conclusions drawn of the
effect hypoxia has upon translational signalling and protein synthesis also occur
within in vivo models. Supporting a role for hypoxia in inhibiting protein synthetic
rates, early reports in the rat alluded to diminished rates of protein synthesis in brain
and skeletal muscle tissue during inspiration of 5% O2 (Klain and Hannon, 1970;
Sanders et al, 1965). However, these studies have been criticised for imperfect
application of radio-active labelled isotope tracer methodologies, for example: tracer
was not administered directly into the bloodstream; only trace amounts of labelled
amino acids were used; no measurement was made of tissue unbound labelled amino
acid radioactivity, and; inappropriate labelled amino acids were utilised, such as
alanine and glutamate (Preedy et al, 1985). Subsequently, studies using more
physiologically relevant inspired O2 concentrations (10% O2, ~6,300 m) in rats, and
correcting for past methodological mistakes to determine fractional protein synthetic
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rates, demonstrated 15-35% reductions in protein synthesis in several tissues,
including skeletal muscle after just 6 h hypoxic exposure in the fed state (Preedy et
al, 1985). A single study conducted in humans is congruent with these observations,
showing reduced rates of protein synthesis (as indicated by forearm leucine uptake)
in the rested, fasted state following 6.5 h exposure to approximately 4,500 m (~12%
O2), using a hypobaric chamber (Rennie et al, 1983). This affect, if continued over
chronic hypoxia, would be sufficient to cause muscle wasting, providing MPB was
concomitantly unchanged / increased. This was also independent of changes in
plasma hormones, glucose and amino acid profile and thus appeared the result of
hypoxia per se. However, despite its potential importance, this study used a sample
size of just four; therefore further investigation is required to confirm these findings.
Furthermore, the underlying mechanisms regulating this response were not
elucidated in these early studies.

Only one other study to date has attempted to investigate the effect of hypoxia in
vivo. Imoberdorf et al. (2006) measured protein synthesis in human subjects
following either a passive (i.e. flown by helicopter) or active (i.e. ascent by cable-car
to 3220 m followed by a 4 – 5 h walk the next day) ascent to altitude (4,559 m). In
contrast to Rennie et al. (1983) their findings showed that hypoxia did not affect
basal / postabsorptive rates of protein synthesis when compared to normoxia in the
passive group, and that protein synthesis increased when at altitude in the active
group, possible was a result of increased activity. This would suggest that hypoxia
has no affect on protein synthesis in vivo. There are, however, a number of errors
inherent in the design of this study that place the findings into question. Firstly, the
active ascent group did not perform a normoxic exercise control trial, thus it is
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unknown whether the increase in protein synthesis observed at altitude was
comparable to the increase observed at sea level, disguising the potential for an
altered protein synthetic response to exercise in hypoxia. Secondly, the subject
groups studied were regular mountaineers and thus may have been partly
acclimatised, trained, and/or non-responders to the hypoxic stimulus. This notion is
reinforced by the fact that no symptoms of acute mountain sickness were reported.
Thirdly, fasted rates of protein synthesis were obtained at 19-23h post-exercise /
arrival at altitude, thus any acute effects would have been missed. Fourthly, no
assessment of activity of translational signalling was made, thus any underlying
molecular adaptations are not known. Lastly, the method employed to measure
protein synthesis was the [2H5ring] phenylalanine flooding dose technique, i.e.
giving a large (3 g) bolus of phenylalanine, which has been shown to be sufficient to
stimulate incorporation of constantly infused tracer (i.e. increase protein synthesis)
independent of any other stimuli; an effect that is not observed when using a primed
constant infusion approach (Smith et al, 1998). It may thus be that the methodology
applied in this study masked any inhibitory affect of hypoxia on protein synthesis,
through stimulation of MPS. Other confounding variables inherent with any research
conducted at altitude may also have been influential, such as gastroenteritis,
malnutrition, and low temperatures; all of which are known to induce muscle atrophy
during altitude exposure (Kayser, 1992). However, mTOR activity has been shown
to be significantly reduced after 7-9 days hypoxic exposure at 4,559 m, suggesting a
possible reduction in protein synthesis (Vigano et al, 2008). In contrast, however, De
Palma et al. (2007) have reported no change in the activity of mTOR during chronic
hypoxic exposure in rat skeletal muscle exposed to 10% O2 concentrations, thus
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limiting any extrapolation of the effects of hypoxia upon protein synthesis and
translational signalling.

1.5. Summary of introduction

The balance between protein synthesis and degradation determines muscle size,
contractile function and health. This balance is maintained by positive postprandial,
and negative postabsorptive, periods of net protein balance throughout a diurnal
cycle. When circadian net protein balance is positive (i.e. synthesis exceeds
degradation), over time muscle mass increases. Conversely, a negative protein
balance eventually leads to loss of muscle. Input from a number of external stimuli,
particularly feeding and exercise have been established as key modulators of protein
synthetic and breakdown processes. However, whilst much progress has been made
over recent years in characterising the protein synthetic responses to feeding and
exercise, numerous questions remain unanswered pertaining to the precise changes
in protein metabolism, associated translational signalling and ultimately muscle
function. Thus the initial aims of this thesis were two-fold. Firstly, despite it being
well documented that acute protein feeding potently stimulates protein synthesis, the
precise temporal response of MPS and that of putative molecular regulators of MPS,
have not been elucidated. Therefore, the first aim of this thesis was to detail the
temporal response of MPS and translational signalling to an acute protein bolus.
Secondly, since the protein synthetic and breakdown response to acute resistance
exercise plus protein feeding has been well characterised, but little is known of the
functional consequences of these changes, this thesis investigated the functional
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recovery of muscle following acute muscle-damaging exercise when combined with
post-exercise protein ingestion.

Thirdly, despite the importance of oxygen availability to all cellular processes, and in
particular that of peptide elongation, the effects of reduced oxygen supply on protein
synthesis has received very little attention amongst researchers to date. As such, the
final aim here was to determine the protein synthetic and accompanying molecular
signalling changes to reduced O2 supply at rest and following acute exercise.
Collectively, attainment of these aims by utilising an integrated approach would
enhance our understanding of the regulation of skeletal muscle protein homeostasis
and function. Such knowledge would have important practical implications for
advancing the design / implementation of intervention and therapeutic strategies for
both clinical and athletic populations.
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CHAPTER 2. GENERAL EXPERIMENTAL METHODS

The following sections describe the materials and methods employed in multiple
experimental chapters of the present thesis. Where additional materials, modified
methods, or specific protocols were utilised, details are provided within the specific
methods section of the relevant experimental chapter. All experiments took place
inside the Welkin Laboratories of the Chelsea School, University of Brighton.

2.1. Health and Safety

All studies were approved by the University of Brighton Research Ethics and
Governance Committee, and complied with all standards set by the Declaration of
Helsinki on the use of human research subjects. The availability of medical
personnel was ensured throughout all testing sessions in case of emergency.
Participants were free to withdraw from testing at any time, without giving reason.
Intravenous infusions were carried out by trained phlebotomists to minimise the
possibility of adverse reactions (e.g. local irritation of the infusion site; sweating;
irregular breathing; and increased heart rate).

For all experimentation where muscle biopsy samples were collected, two
experimenters were present at all times. All muscle biopsies were performed by
trained and experienced personnel in a designated clinical investigation room and
were conducted using sterile techniques. To minimise any likelihood of discomfort,
all subjects underwent an ultrasound to determine the precise location from which
muscle biopsies were collected. In the event of substantial subject discomfort for any
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reason, testing was to cease immediately and participants allowed to recover fully
under close observation by a qualified physician.

2.2. Human participants

Participants were recruited from the University of Brighton undergraduate and
postgraduate student cohort. Subjects were all recreationally active (≤ 3 days activity
week-1) and were required to refrain from taking any form of nutritional supplement
or medication at the time of testing and for > 12 weeks prior to the study.
Participants were required to complete a health questionnaire and based on responses
were deemed healthy. Subjects abstained from alcohol consumption, caffeine
ingestion, and exhaustive exercise 72 h before each testing session and on the day of
the study. For each study, subjects were also required to arrive at the laboratory in a
fasted state, which was defined as a complete avoidance of food consumption for 12
h prior to testing, with water intake allowed ad libitum. Each volunteer was advised
of the purpose of the study and associated risks both verbally and in writing.
Participants subsequently provided written informed consent (Appendix 1) prior to
the initiation of testing with the understanding that participants were free to
withdraw from experimentation at any time without providing reason. Personal
details and test results remained confidential and were stored in a lockable filing
cabinet and/or on a password protected computer. Anonymity was maintained at all
times.
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2.3. Muscle biopsy collection

The muscle biopsy procedure was performed as described previously (Dietrichson et
al. 1987). The area of the thigh (vastus lateralis) to be sampled was anaesthetised
using 1% Lidocaine, after which a small (approximately 1 cm wide and 2 cm deep)
incision was made through the skin and fascia. The conchotome technique was then
used to remove a muscle sample (approximately 100 mg) from the vastus lateralis
muscle, which was then washed free of blood in ice-cold saline, blotted, and snap
frozen in liquid nitrogen. Samples were subsequently stored at -80°C until analysis.
The incision was then stitched and covered with an adhesive dressing. For collection
of repeated biopsies, subsequent incisions were made in a distal to proximal
direction on the thigh approximately 5 cm apart. Participants were informed not to
remove the dressing, to refrain from strenuous exercise, and to avoid excessive
alcohol consumption for at least 2 days after the study. Participants returned
approximately one week after the studies for the removal of biopsy stitches. In the
event of the appearance of signs of infection (identified as redness or swelling to the
area of incision), participants were referred to the resident physician. Contact details
were made available for non-biased, independent advice regarding the biopsy
procedure prior to provision of informed consent.

2.4. Evaluation of myofibrillar protein synthesis

2.4.1. Primed, constant infusion of stable isotope labelled tracer
On the morning of the study participants arrived at the laboratory at ~0800 h in the
postabsorptive state for insertion of 18-g catheters into the antecubital veins of both
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arms for tracer infusion and blood sampling. A baseline blood sample was collected
to determine the background enrichment of leucine and α-ketoisocaproic acid (KIC)
in plasma. A primed, continuous infusion (priming dose 7.8 μmol·kg body wt-1,
infusion rate 0.13 μmol·kg body wt-1·min-1) of [1,2-13C2] leucine tracer (99 Atoms
%, Cambridge Isotopes, Cambridge, MA, USA) was then started at a time specific to
the individual studies’ protocol (see relevant experimental chapters).

2.4.2. Analysis and calculation of myofibrillar protein synthesis
To determine plasma KIC and leucine enrichment and concentration [atoms percent
excess; APE], a known amount of norleucine and KIC internal standards were added
to plasma. Proteins were then precipitated and the supernatant, containing free amino
and imino acids, was collected to prepare the tertiary-butyldimethylsilyl [t-BDMS
(leucine)] and ortho-phenylenediamine-tertiary-butyldimethylsilyl [OPDA-t-BDMS
(KIC)] derivatives for analysis by gas chromatography-mass spectrometry (GC-MS;
MD800, Thermo Finnison, Hemel Hempstead, UK) by using electron-ionization and
selective ion monitoring (Babraj et al. 2002; Schwenk et al. 1984; Watt et al. 1991).

To prepare the myofibrillar fraction, frozen muscle (20-30 mg) was homogenised
using scissors in buffer containing 50 mM Tris-HCL pH 7.5, 1 mM EDTA, 1 mM
EGTA, 50 mM NaF, and then centrifuged at 3000×g, 4ºC for 20 min to pellet the
myofibrils and collagen. The pellet was then washed with 0.3 M NaOH to solubilise
myofibrillar proteins, centrifuged as above, and the collagen pellet was washed with
acetic acid and acetic acid-pepsin leaving an insoluble mature collagen pellet.
Myofibrillar proteins were precipitated from the 0.3 M NaOH supernatant with 1 ml
perchloric acid (0.5 M) and then 1 ml ethanol (Bohe et al. 2001). The myofibrillar
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protein extracts were hydrolyzed in 0.1 M HCl : Dowex 50W-X 8-200 slurry (Sigma
Ltd, Poole, UK) at 110 º C overnight and the liberated amino acids were purified on
cation-exchange columns (Dowex 50W-X8-200) (Balagopal et al. 1997; Bohe et al.
2001).

The amino acids were then converted to their N-acetyl-n-propyl ester (NAP)derivative and the leucine enrichment (APE) determined by gas chromatographycombustion-isotope ratio mass spectrometry (GC-C-IRMS; Delta-plus XL,
Thermofinnigan, Hemel Hempstead, UK) (Rennie et al. 1996; Meier-Augenstein,
1999).

The fractional synthetic rate (FSR) of myofibrillar proteins was calculated based on
the incorporation rate of [1,2-13C2] leucine into muscle proteins using a standard
precursor-product model as follows:

FSR = ΔEm / Ep (1 / t) × 100

where ΔEm is the change in enrichment (APE) of protein-bound leucine in two
subsequent biopsies, Ep is the mean enrichment over time of the precursor for protein
synthesis (plasma KIC was chosen to represent the immediate precursor for muscle
protein synthesis, i.e. leucyl-t-RNA (Matthews et al. 1982; Watt et al. 1991; Chinkes
et al. 1996), and t is the time between biopsies. Values for FSR are expressed as
percent per hour (%·h-1).
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2.5. Evaluation of signalling events regulating myofibrillar protein synthesis

Western blot analysis was used to measure the phosphorylation and/or total protein
concentration of components of the translational signalling cascade. Frozen muscle
tissue (~20 mg) was rapidly homogenised with scissors in ice-cold buffer (50 mM
Tris-HCL pH 7.5, 1 mM EDTA, 1 mM EGTA, 10 mM glycerophosphate, 50 mM
NaF, 0.1% Triton-X, 0.1% 2-mercaptoethanol, 1 complete protease inhibitor tablet
[Roche Diagnostics Ltd, Burgess Hill, UK]) at 6 μl·mg-1 tissue. Proteins were
extracted by shaking for 15 min at 4ºC and samples were then centrifuged at
13000×g for 10 minutes at 4ºC and the supernatant containing the proteins was
collected. The protein concentration in the supernatant was determined by the
Bradford method with a commercial reagent (B6916, Sigma-Aldrich, St. Louis, MO)
and adjusted to 1 μg·μl-1 in 3×Laemmli buffer. Fifteen micrograms of protein (15μl)
from each sample were loaded onto 12% NuPAGE Novex Bis-Tris gels (Invitrogen,
Paisley, UK), separated by SDS PAGE, and transferred on ice at 100 V for 45 min to
methanol pre-wetted 0.2 μm PVDF membranes. Blots were then incubated
sequentially in 5% (w/v) BSA in TBST for 1 h, primary antibodies (diluted in 5%
BSA in TBST) overnight shaking at 4ºC, and then secondary antibody (1:2000 antirabbit; New England Biolabs, Ipswich, MA) for 1 h. Membranes were developed
using Immunstar (Bio-Rad Laboratories, Richmond, CA) and the protein bands were
visualized and quantified by densitometry on a Chemidoc XRS (Bio-Rad
Laboratories, Inc. Hercules, CA) ensuring no pixel saturation. Data were expressed
in relation to β-actin or pan-actin loading controls (see specific experimental
chapters).
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2.6. Determination of maximal isometric voluntary contraction (MVC)

MVC of the quadriceps were tested using a custom-made isometric rig that could be
adjusted to fix subjects’ knee joint angle at 90° (1.57 rad), measured using a
goniometer. A strap was attached to the ankle of subjects’ dominant leg, connected
via chain to a strain gauge (Tedea Ltd., Huntleigh, UK) that measured the amount of
isometric force developed in the contracting quadriceps performing the knee
extension. The strain gauge signal (sample rate = 0.1 kHz) was amplified, filtered,
and converted from analog to digital (model Micro 1401, CED). Results were
recorded and analysed on a Microsoft Windows 98 compatible personal computer
using Spike II software. Subjects performed three maximal 5 s efforts with the peak
value taken as the highest value achieved.
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CHAPTER 3. THE MUSCLE FULL EFFECT AFTER ORAL PROTEIN:
TIME DEPENDENT CONCORDANCE AND DISCORDANCE BETWEEN
MUSCLE PROTEIN SYNTHESIS AND mTOR SIGNALLING

3.1. Introduction

For many years it was speculated that increased protein availability was likely to
stimulate muscle protein synthesis. However, the first demonstration that a mixed
meal was able to increase human muscle protein synthesis was not made until 1982
(Rennie et al. 1982). It was later shown that amino acids alone made the major
(~80%) contribution to this stimulation (Bennet et al. 1990; Watt et al. 1992). When
these early measurements were made, instrument limitations made it difficult to
measure incorporation of stable- isotope labelled tracer amino acids into muscle
protein over short periods. As such, most of the measurements reported were for
periods of 6-8 h or more (Nair et al, 1988). With improvements in the sensitivity of
analytical methods, it became possible to make measurements of tracer incorporation
into muscle over much shorter periods (~1 h) using either gas chromatography –
mass spectrometry (GCMS) or gas chromatography – combustion – isotope ratio
mass spectrometry (GC-C-IRMS). Taking advantage of this, Bohé et al. (2001)
demonstrated the latency and duration of MPS responses to increased amino acid
availability. In response to a constant intravenous infusion of mixed amino acids it
was shown that there was a lag in the response of ~30 min before MPS was
stimulated by 2- fold for ~120 min, thereafter returning to postabsorptive rates
despite continued elevated availability of amino acids for up to 6 h (Bohé et al.
2001). This phenomenon has been linked to the “muscle full” hypothesis of
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Millward (1995), though has received little investigative attention since. Recently,
however, this effect has been confirmed in rat muscle in response to a single oral
feed, whereby MPS was shown to rise and fall within 180 min of meal feeding
despite plasma leucine concentrations remaining elevated (Norton et al. 2009). This
increase in MPS was mirrored by phosphorylation of components of the mTOR
signalling pathway, where 4E-BP1, p70S6K and eIF4G phosphorylation increased in
a similar fashion to MPS. However, mTOR signalling became disconnected with
MPS during the return to basal values in MPS; 4E-BP1, p70S6K and eIF4G activity
remained elevated at 180 min, i.e. after the switch off of MPS. This suggests that,
whilst plasma leucine levels and subsequent increases in translational signalling may
mediate increases in MPS, the down turn in MPS following a single meal response
may be influenced by other factors in addition to leucine concentrations and
increased mTOR signalling alone. This phenomenon whereby increases in
translational signalling outlasts that of MPS post-feed is yet to be demonstrated in
humans and is of importance in understanding more fully the complex regulation of
the skeletal muscle mass.

Clearly, therefore, stimulation of MPS is related to blood concentration of amino
acids, especially of EAA (Bohé et al. 2003) and in particular leucine in a dosedependent saturable fashion and that a similar relationship exists between MPS and
the amount of orally administered EAA (Cuthbertson et al. 2005). Recently, similar
saturable relationships have been uncovered for whey protein ingested at rest and
after resistance exercise (Moore et al. 2009), whereby it was demonstrated that 20 g
whey protein is sufficient to maximally stimulate MPS. The resultant increased
blood and muscle amino acid availability not only provides substrate for protein
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synthesis but also directly modulates intracellular signalling events regulating
initiation and elongation phases of mRNA translation; particularly that of signalling
through the mammalian target of rapamycin complex 1 (mTORC1) (Cuthbertson et
al. 2005; Smith et al. 2009). To date these signalling components comprises mTOR,
regulatory associated protein of TOR (Raptor), mammalian LST8/G-protein βsubunit like protein (mLST8/GβL) and the recently identified partner proline- rich
PKB substrate 40 (PRAS40).

Nevertheless, neither the temporal responses of human MPS to a single oral meal of
protein of a nutritionally meaningful size, nor the signalling responses that may be
involved in the control of translation of mRNA have been delineated (Anthony et al.
2000b). Thus, the aim of this study was to fill this gap by studying the effects of a
meal of 48 g whey protein sufficient to maximally stimulate human MPS and
maintain elevated plasma and intramuscular AA concentrations over an extended
period (Moore et al. 2009). It was hypothesized that (a) a protein meal would, like
amino acid infusion, produce a short-lived response, despite causing longer more
sustained elevations in plasma and muscle intracellular AA, beyond the peak MPS
response; and (b) molecular signalling responses regulating mRNA translation would
predict those of MPS during the upswing, but not during the subsequent decline to
postabsorptive rates.
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3.2. Methods

3.2.1. Study Design
Eight healthy young men (age 21±2 y; body mass index 22.9±0.9 kg.m2) were
studied after an overnight fast and were asked to refrain from heavy exercise for 72 h
prior to the study day. On the morning of the study subjects arrived at ~0800 h for
insertion of catheters into both arms for tracer infusion and blood sampling (see
section 2.4.1.). Blood samples and muscle biopsies were taken according to the
protocol below (Figure 3.1).
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48 g WP (6% 1,2-[13C2] Leucine)

Venous Blood
Muscle Biopsy
Figure 3.1. Protocol for the measurement of muscle protein synthesis and anabolic signalling
phosphorylation in response to ingestion of 48 g whey protein (WP).

Muscle biopsies were taken intermittently (Figure 3.1.) from the quadriceps under
sterile conditions using the conchotome technique (Dietrichson et al. 1987), as
described in section 2.3. A primed, continuous infusion of [1, 2-13C2] leucine tracer
(see section 2.4.1.) was started (at -2.5 h) immediately after the first biopsy and
maintained until the end of the study. A second biopsy was taken after 2.5 h (0 h) in
the postabsorptive state, (so that the basal rate of MPS could be determined),
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whereupon the subjects drank a preparation of 48 g of whey protein isolate powder
in 500 ml water (98% whey, 1% CHO, 1% fat); chosen for its richness in EAA
(equivalent to ~20 g EAA). After the study, both catheters were removed and
subjects were fed and monitored for 30 min before being allowed to go home.
Subjects were reimbursed with an inconvenience allowance for participating in the
study.

3.2.2. Measurement of plasma amino acids, glucose and insulin
Plasma glucose was measured using iLab plus 300 Clinical Chemistry System.
Plasma insulin was measured using human high sensitivity ELISA (IDS). For the
measurement of plasma concentrations of amino acids, equal volumes of plasma and
10% sulfosalicyclic acid were mixed and cooled at 4°C for 30 min. The samples
were spun at 10,000 × g to remove the precipitated protein and passed through a 0.22
µm filter prior to analysis by a dedicated amino acid analyser (Biochrom 30,
Biochrom, Cambridge, UK) using a lithium buffer separation. All 20 AA
concentrations were determined by comparison to a standard sample, using
norleucine as an internal standard.

3.2.3. Myofibrillar and sarcoplasmic protein synthetic rates
Muscle tissue (~25 mg) was prepared as outlined in section 2.4 for evaluation of
myofibrillar protein synthesis. The supernatant produced following extraction of the
myofibrillar fraction was used for determination of sarcoplasmic FSR after
precipitating out protein using 1 M PCA and washing with 70% ethanol, prior to acid
hydrolysis as for the myofibrillar fraction. Rates of myofibrillar and sarcoplasmic
protein synthesis were calculated as stated in section 2.4.
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3.2.4. Intramuscular amino acid analysis
Muscle tissue (~25 mg) was prepared as outlined in section 2.4 for evaluation of
myofibrillar protein synthesis. Muscle intracellular leucine was determined after
precipitating the sarcoplasmic protein fraction with ethanol and centrifugation,
before drying and centrifuging the resulting supernatant and taking up the
intramuscular AA in lithium buffer. Concentrations of leucine were calculated
according to the method of Bergstrom et al. (1974).

3.2.5. Immunoblotting, eIF4E·4EBP1 association and PKB kinase activity assay
Western blots were prepared and analysed as outlined in section 2.5. Phosphorylated
protein of PKB Ser473, mTOR Ser2448, p70S6K Thr389, 4EBP1 Thr37/46, eIF4E
Ser209, eEF2 Thr56 and eIF4G Ser1108, AMPK Thr172 and pan-actin (loading
control) were measured (New England Biolabs; all 1:2000).

eIF4E·4EBP1 interaction was determined by incubating 100 – 200 μg protein lysates
(prepared as for western blots) with 30 µl of m7GTP-Sepharose containing a cap
structure that recognises eIF4E (mixed in homogenisation buffer) for 2 h at 4 °C
whilst rotating. Sepharose beads were then collected by centrifugation (4,000 rpm
for 1 min) before washing in homogenisation buffer (4,000 rpm for 30 sec) three
times. Bound proteins were then eluted in 50 μl 1 x Laemmli buffer by heating at
100 °C for 7 min. After centrifugation (4,000 rpm for 30 sec) eluted eIF4E and
bound proteins were loaded onto a gel (15 μl) and blotted for eIF4E and 4EBP1, as
outlined in section 2.5.
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PKB was immunoprecipitated from 200 µg protein before incubation with 1 mM
ATP and GSK3β Ser9 fusion protein substrate (New England Biolabs, Herts) in
order to measure its kinase activity.

3.2.6. Statistical Analysis
Phosphorylation data were normalized to pan-actin to correct for loading anomalies
and GSK3β phosphorylation from the PKB kinase assays according to total PKB
recovery from immunoprecipitates. Data were tested for normality and, if normally
distributed, differences were detected by repeated measures One-Way ANOVA
using Tukey’s Post Hoc test with GraphPad software (La Jolla, San Diego CA).
P<0.05 was considered as significant. For temporal comparisons between FSR and
other measures e.g. signalling protein phosphorylation, data sets were normalized
over a range of 0-100% according to data span (i.e. for each data set 0% represents
the lowest value and 100% the highest). Data are presented as means ± SEM.

3.3. Results

3.3.1. Feeding-induced changes in plasma concentrations of insulin and glucose
After protein feeding, the plasma insulin concentrations increased sharply, being
elevated at 30 and 60 min (296 and 303%, respectively; P<0.01). However by 90
min after feeding, plasma insulin concentrations returned to postabsorptive values,
where they remained for the rest of the study. Plasma glucose was steady, at typical
postabsorptive values (~5.5 mM), throughout (figure 3.2).
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Figure 3.2. Plasma insulin (A) and glucose (B) in response to a 48 g whey protein bolus. * represents
significant increase from postabsorptive values (P<0.05). Data are presented as means ± SEM; n = 8.

3.3.2. Feeding-induced changes in plasma concentrations of amino acids and
intramuscular concentrations of leucine
Plasma alpha-ketoisocaproate (KIC) was increased by 66 % at 60 min and remained
above postabsorptive concentrations throughout the measurement period i.e. up to at
least 360 min (Figure 3.3). Plasma EAA were significantly increased after 30 min,
peaking at 60 min (131%; P<0.01) and remaining elevated for 180 min (Figure
3.4A) whereas non essential amino acids (NEAA) despite increasing at 30 min
(31%; P<0.05), returned to basal values by 120 min and by 360 min were
significantly depressed (-13%, P<0.05) compared to postabsorptive values (Figure
3.4B). Plasma leucine was increased by 30 min, peaking at 60 min (229%; P<0.01)
and remained significantly elevated until 240 min (Figure 3.4C) whereas
intracellular leucine (Figure 3.4D) was increased between 90 and 180 min, peaking
at 90 min (88%; P<0.01); both plasma and intracellular leucine concentrations
decreased to postabsorptive values thereafter.
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Figure 3.3. Plasma concentrations of alpha-ketoisocaproate (KIC) in response to a 48 g whey protein
bolus. * represents significant increase from postabsorptive values (P<0.05). Data are presented as
means ± SEM; n = 8.
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Figure 3.4. Plasma EAA (A), NEAA (B), leucine (C) and intramuscular concentrations of leucine (D)
in response to a 48 g whey protein bolus. * represents significant increase from postabsorptive values;
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SEM; n = 8.
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3.3.3. Temporal response of myofibrillar and sarcoplasmic FSR to feeding
Myofibrillar FSR increased significantly by 90 min post-feed (from 0.034±0.003 to
0.104±0.015 %·h-1; P<0.05), returning to within baseline values by 180 min, where it
remained for the duration of the study (Figure 3.5). Sarcoplasmic FSR followed an
identical pattern, peaking by 46-90 min post-feed (from 0.052±0.006 to 0.106±0.012
%·h-1; P<0.05) before returning to baseline values.

A

B

Figure 3.5. Myofibrillar (A) and sarcoplasmic (B) FSR in response to a 48 g whey protein bolus. *
represent significant increase from postabsorptive levels (P<0.001). Data are presented as means ±
SEM; n = 8.

3.3.4. Comparison of normalized feeding-induced changes in plasma insulin, leucine
and intracellular leucine with MPS
When normalized for data span, the rise in insulin preceded MPS responses and fell
with a similar pattern and mirrored PKB kinase activity (Figure 3.6A, B). In contrast,
even though increases in plasma leucine concentration preceded FSR responses, it
remained significantly elevated even though FSR had returned to postabsorptive
values (Figure 3.6C). As with myofibrillar FSR, intracellular leucine was increased
by 90 min, although the decline to postabsorptive values in myofibrillar FSR
preceded the drop in intracellular leucine (Figure 3.6D).
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Figure 3.6. Normalized (data span = 100%) responses of myofibrillar FSR plotted with plasma
insulin (A), plasma insulin plotted with PKB (B) and myofibrillar FSR plotted with plasma (C) and
intracellular (D) leucine in response to a single 48 g whey protein bolus. * represents significant
increase from postabsorptive values in plasma or intramuscular leucine, or plasma insulin; †
represents a significant increase in both FSR and plasma insulin, leucine or intramuscular leucine; ¥
represents significant increase in both PKB kinase activity and plasma insulin (all where P<0.05).
Data are presented as means ± SEM; n = 8.

3.3.5. Comparison of normalized feeding-induced changes in PKB, p70S6K1, 4EBP1
and eIF4G phosphorylation with MPS
After the protein feed, phosphorylation of PKB increased rapidly (1.6±0.2-fold and
1.5±0.1-fold at 45 and 90 min post-feed, respectively) and returned to postabsorptive
levels at later time points. The time-course of the fold changes of PKB preceded the
upswing in myofibrillar protein synthesis, though mirrored the decrease in MPS
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(Figure 3.7A). p70S6K1 phosphorylation mirrored that of MPS initially increasing at
90 min (2.1±0.2-fold) but unlike FSR, remained elevated at 180 min (1.5±0.2-fold)
post-feed, before falling towards postabsorptive levels at 270 and 360 min (Figure
3.7B). However the fall was slower than that of MPS and no longer matched the
changes in MPS. 4EBP1 and eIF4G phosphorylation followed a time course similar
to that of p70S6K1, increasing 2.6±0.5 and 2.2±0.3-fold at 90 and 180 min,
respectively (Figure 3.7C, D).
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Figure 3.7. Normalized responses of myofibrillar FSR against PKB (A), p70S6K1 (B), 4EBP1 (C)
and eIF4G (D) in response to a single 48 g whey protein bolus. Representative blots show all time
points from one subject with corresponding loading controls, both obtained from one western blot. *
represents significant increase from postabsorptive levels in signalling protein phosphorylation; †
represents a significant increase in both FSR and signalling protein phosphorylation (P<0.05). Data
are presented as means ± SEM; n = 8.
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3.3.6. Feeding-induced changes in eIF4E·4EBP1 association
After the protein feed, eIF4E·4EBP1, normalized to eIF4E recovery, decreased by 90
min (0.33±0.05-fold) and remained depressed up to 180 min (0.21±0.08-fold,
P<0.05) (Figure 3.8).

Figure 3.8. Changes in eIF4E association with 4EBP1 in response to a single 48 g whey protein
bolus. * denotes a significant reduction in from postabsorptive values in eIF4E association with
4EBP1 (P<0.05). Data are presented as means ± SEM; n = 8.

3.3.7. Specific feeding-induced responses of AMPK, eEF2, ERK1/2 and eIF4E
phosphorylation
After ingestion of the protein meal, phosphorylation of AMPK (Figure 3.9A) and
eEF2

(Figure

3.9B)

remained

within

postabsorptive

values

throughout;

phosphorylation of ERK1/2 (Figure 3.9C) and eIF4E (Figure 3.9D) were also
unchanged.
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Figure 3.9. Phosphorylation of AMPK (A), eEF2 (B), ERK1/2 (C) and eIF4E (D) in response to a 48
g whey protein bolus. All values remained unchanged from postabsorptive values throughout the
study (P>0.05). Representative blots show all time points from one subject with corresponding
loading controls, both obtained from one Western blot. Data are presented as means ± SEM; n = 8.

3.4. Discussion

This study reports novel findings representing the time-course of response in MPS
and associated signalling to a physiologically relevant protein feed. We have shown
that in response to a single oral bolus of whey protein (i) after a latent period of ~45
min, MPS is approximately tripled, and sarcoplasmic protein synthesis doubled,
between 45 and 90 min before rapidly returning to postabsorptive rates, despite
continued availability of intracellular leucine and plasma EAA, (ii) the stimulation of
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MPS is preceded by the stimulation of PKB kinase activity and phosphorylation of
eIF4G and coincides with S6K1 and 4EBP1 phosphorylation, and (iii) congruent
with the original hypothesis, the rapid return to basal values in MPS precedes both
p70S6K1, 4EBP1 and eIF4G dephosphorylation.

The latency and duration of MPS in human muscle using constant infusions of amino
acids has been reported previously, whereby myofibrillar and sarcoplasmic MPS are
stimulated approximately three-fold for a period of ~2 h before rates returned to
basal values despite continued amino acid availability (Bohé et al. 2001). This study
provides further support to these findings in response to an oral protein feed where
the response of MPS is similar in both amplitude and duration to that seen after AA
infusion. Thus, it appears that by shortening the period of measurement post-feeding
(i.e. 45-90 min), myofibrillar protein synthesis is approximately tripled, and
sarcoplasmic doubled after consuming maximal doses of AA and that the lower
values for MPS measured by others are likely due to more prolonged measurement
periods (Moore et al. 2009). Furthermore, it is now apparent taking these studies
together that the return of MPS to basal values is not a consequence of amino acid
depletion from plasma or intracellular pools. These findings make it likely that
muscle can gauge its capacity to synthesize new proteins (i.e. reduce rates of MPS
back to basal levels) even when the activating stimulus (i.e. increased amino acid
availability) in both plasma and muscle cells continues; thus supporting previous
reports of the existence of a ‘muscle full’ phenomenon in response to feeding
(Millward, 1995).

What signals could be regulating the switch on and off in MPS after feeding? A
number of studies in both rodent (Anthony et al. 2000b; Vary et al. 2007) and human
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models (Fujita et al. 2007; Cuthbertson et al. 2005; Smith et al. 2009) have reported
that the mTORC1 pathway is central to the regulation of feeding-induced changes in
MPS. These findings provide further evidence for this involvement, at least as
indexed by phosphorylation of rapamycin (mTORC1) sensitive substrates, S6K1 and
4EBP1 after feeding. Nevertheless, whether or not EAA directly regulate mTORC1
activity is unresolved with it becoming increasingly well recognized that other
proximal regulators exist including mitogen-activated protein kinase kinase kinase
kinase 3 (MAP4K3) (Findlay et al. 2007), vacuolar protein sorting 34 (vps34)
(Nobukuni et al. 2005) and the recombination activating G proteins (Rags) (Sancak
et al. 2008). Importantly, no increase in mTOR phosphorylation at Ser2448 was
observed in the present study, suggesting that such putative proximal regulators
(Rags, MAP4K3 etc) may control mTORC1 via means independent of this site;
perhaps instead via regulating raptor•mTOR interaction (Beevers et al. 2009) or via
phosphorylation of another site, such as Thr2446 (Cheng et al. 2004).

Perhaps the most comparable study to that of the present investigation was that by
Fujita and colleagues in which some similarities with our data exist e.g. increases in
S6K1 and 4EBP1 phosphorylation ~ 1 h after feeding a meal containing ~20 g EAA
(Fujita et al. 2007). However, these studies also described increases in mTOR
Ser2448 phosphorylation and depressions (i.e. stimulatory) in that of eEF2 Thr56
and AMPK Thr172 which was not seen here. There were subtle differences between
this study and that of Fujita and colleagues including biopsy timing (45 vs. 60 min) ,
and feed composition and resultant plasma glucose (provision of whey protein
isolate vs. EAA + carbohydrates). Therefore, as insulin responses and EAA load
were similar in both studies, it should perhaps have been expected for similar
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changes to be observed in mTOR, AMPK, and eEF2 phosphorylation; that is unless
glucose metabolism could play a role. For example, internalized glucose could signal
independently of insulin, or if plasma glucose availability were translated into
increased muscle glycogen storage, the activity of AMPK, which has a glycogen
binding domain which when bound inhibits its activity (McBride et al. 2009), could
be suppressed and promote dephosphorylation of eEF2K at Thr398 (Horman et al.
2004), and subsequently of eEF2 at Thr56. That said it is perhaps unlikely that
muscle glycogen was significantly increased over a 1 h postprandial period (Carey et
al. 2003), especially as the present study and that of Fujita and colleagues were
performed in the overnight fasted (and thus partially glycogen depleted) state.

If one is to discriminate regulatory from non-regulatory phosphorylation events it is
essential to provide a time course in order to match changes in MPS (spanning both
the upward and downward curves) to those of the putative regulatory signals. The
present study provides this data for the first time in response to feeding in humans
and identify, at least for the feeding-induced increase in MPS, a potential role for
PKB/mTORC1 signalling. For example, the activity of PKB and eIF4G preceded
that of MPS, increasing by 45 min. For PKB at least, it is likely that the increase in
its activity was insulin mediated since it mirrored the rise and fall in plasma insulin
and EAA do not activate PI3K or PKB (Hara et al. 1998). The fact that eIF4G
preceded other indices of mTORC1 signalling may indicate that its activity is PKB
dependent and/or independent of mTORC1 signalling. Support for this preposition
may be found in work showing that dose-responses in MPS responses to leucine are
closely reflected by the amplitude of eIF4G but not S6K1 and 4EBP1
phosphorylation (Bolster et al. 2004). It may be speculated that an increase in those
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signals that preceded a measured incorporation of labelled leucine in to myofibrillar
protein (i.e. PKB and eIF4G) could be important in the response of MPS to feeding
since one would expect the regulatory signal (i.e. phosphorylation) to head the
biological response (i.e. MPS). In addition to sustained PKB activity and eIF4G
phosphorylation for up to 90 min, two of the best characterized mTORC1 substrates,
S6K1 and 4EBP1, were increased by 90 min which suggests that their activity may
be required for sustaining increased MPS, rather than regulating the initial increase.

What of the decline in MPS? Much less of an explanation for this was found
presently because aside from PKB, mTORC1 substrates (i.e. S6K1 and 4EBP1)
remained phosphorylated, and the eIF4F complex remained assembled (as indicated
by eIF4E·4EBP1 association), long after MPS had returned to baseline, which likely
explains past reports of phosphorylation increases >2 h of feeding (Cuthbertson et al.
2005) despite the decline in MPS. It is tempting to speculate that the raised
concentrations of either or both plasma and intracellular amino acid availability are
responsible for the continued stimulation and that another signal may exist to
essentially ‘override’ amino acid-induced signalling. But what could this be, and
how would it signal? One possibility is through negative feedback via metabolites
generated by the deamination of excess amino acids; indeed, prolonged plasma KIC
concentrations were present throughout this study suggesting ongoing oxidation.
Nonetheless, if this were the case, how these metabolites would signal muscle full
remains to be investigated. In conclusion, mTORC1 signalling may control the
increase in MPS after protein ingestion with the caveat being, if these signals are
regulating MPS responses to amino acids it remains puzzling as to the functional
significance of anabolic signalling outlasting the MPS responses.
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CHAPTER 4. THE EFFECTS OF A SINGLE ORAL PROTEIN MEAL ON
RECOVERY

OF

MUSCLE

FUNCTION

FOLLOWING

AN

ACUTE

ECCENTRIC EXERCISE BOUT

4.1. Introduction

The decrements in muscular flexibility, force and power production, as well as
increases in sensations of muscle pain, following a single bout of unaccustomed
exercise are well documented (Armstrong 1984; Gulick et al. 1996; Jones et al.
1986; Prasartwuth et al. 2005; Twist and Eston 2005). The result is a reduction in
individuals’ capacity to meet the demands of activity associated with daily living and
work. Additionally, athletic populations may only be able to train with reduced
intensity, leading to sub-maximal total training-induced improvements in
performance. Thus, any practice that restricts the decrement in function or augments
the recovery process would have valuable practical implications for therapists,
trainers, and athletes alike. Despite, however, the practical importance of therapeutic
discovery for post-exercise muscle damage and/or soreness (hereafter collectively
termed ‘DOMS’) effective treatment strategies have remained elusive.

Establishing a causal mechanism(s) of DOMS has historically proved difficult. This
scenario has impaired the discovery of effective treatment strategies for alleviating
the negative symptoms associated with DOMS, and has led to a large number of
treatment strategies aimed at addressing the various proposed mechanisms of DOMS
to be investigated. Many of these have yielded insignificant or, at best, equivocal
results. For example, stretching (Johansson et al. 1999), cryotherapy (Gulick and
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Kimura 1996), massage (Lightfoot et al. 1997), hyperbaric oxygen therapy (Harrison
et al. 2001), ultrasound (Ciccone et al. 1991), and carbohydrate supplementation
(Close et al. 2005) all translated to little or no improvement in perceptions of muscle
soreness, performance, or haematological markers, such as creatine kinase (CK).
Thus investigation of other possible methods of alleviating the symptoms associated
with DOMS is required.

It is known that early intake of protein after exercise stimulates positive NPB
following both resistance (Rasmussen et al. 2000) and endurance exercise
(Rodriguez et al. 2007). The potent stimulatory effect of 40 g (Tipton et al. 1999b)
and 6 g (Rasmussen et al. 2000; Borsheim et al. 2002) of essential amino acids
(EAAs) on increasing protein synthesis and, to a lesser extent, decreasing protein
breakdown may augment muscle repair following acute damage by increased
turnover and net deposition of contractile proteins (Biolo et al. 1997; Phillips et al.
1997). Measures of muscle function were not taken in these studies and so
application of this strategy to performance (for example, strength and power
production) is currently unknown.

Chronic protein supplementation to enhance recovery of blood markers of muscle
damage and perceptions of pain during the DOMS period has received some
attention over recent years. Prolonged amino acid intake, administered over a
number of days to weeks, has been shown by various authors to attenuate the rise of
plasma CK and sensations of muscle soreness induced by a heavy bout of resistance
or endurance exercise (Coombes and McNaughton 2000; Knitter et al. 2000;
Kraemer et al. 2009; Nosaka et al. 2006; Ohtani et al. 2001; Skillen et al. 2008). The
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haematological and perceived soreness response to acute protein supplementation,
however, is less clear. For example, 3 g of the leucine metabolite β-hydroxy-βmethylbutyrate (Wilson et al. 2009) or 25 g whey protein isolate (Buckley et al.
2008) ingested either pre- or post-resistance exercise, and the amino acid mixture of
Nosaka et al. (2006) administered pre- and post-exercise failed to attenuate the
exercise-induced rises in CK and perceptions of muscle soreness. Conversely, 42 g
whey protein ingested before and after whole-body resistance exercise at of 80% 1
RM (Hoffman et al. 2009); acute BCAA intake pre- and 60 min during three 90 min
cycling exercise bouts at 55% VO2peak (Greer et al. 2007), BCAA ingestion (77
mg·kg-1 body mass) prior to 140 squat exercise (Shimomura et al. 2006) and;
protein-enriched mixed meal consumption after repeated sprint cycling exercise
(Rowlands et al. 2007) all attenuated levels of perceived muscle soreness and plasma
CK concentrations at 24 h and 48 h (Greer et al. 2007; Hoffman et al. 2009;
Rowlands et al. 2007), up to 4 d post-exercise (Shimomura et al. 2006). As such, the
precise effects of acutely ingested protein meals on indices of DOMS remain
equivocal.

These studies provide valuable insight into the potential of protein-based
supplements to affect haematological indicators and perceptions of pain associated
with DOMS. However, the effect of protein supplementation for recovering indices
of muscle function following acute DOMS-inducing exercise is less clear. Recently,
this topic has gained increased investigative attention, though the precise effects of
protein intake on functional recovery remain controversial. Longitudinal studies
suggest that mixed amino acid supplementation reduces the initial loss of strength
and power associated with the initiation of a 4 wk resistance training regimen
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(Ratamess et al. 2003). Furthermore, 10 g·d–1 protein added to regular dietary intake
over a 54 d training period improves health and reduces the incidence of muscle
soreness (Flakoll et al. 2004), and 14 g whey protein plus 6 g mixed amino acids
ingested pre- and post-exercise over ten weeks resistance training resulted in
increased fat-free mass, thigh cross-sectional area, serum concentrations of growth
hormones and levels of muscle myofibrillar proteins versus a placebo control
(Willoughby et al. 2007). Supporting these findings are acute studies demonstrating
that BCAA ingestion pre- and 60 min-during three 90 min moderate (55% VO2max)
cycling exercise bouts improves functional recovery of leg-flexion torque at 48 h
(Greer et al. 2007), though the exercise mode utilised may not induce a large muscledamaging response owing to the lack of an eccentric-component, and the inclusion
of CHO makes determination of any effect of protein alone difficult due to the
potential for insulin mediated alterations in protein metabolism. Furthermore, whey
protein ingestion (25 g) recovered peak isometric torque at 6 h post-resistance
exercise (Buckley et al. 2008), though lack of a cross-over design and small subject
numbers make inference of this observation difficult. Contradicting these studies,
however, Green et al. (2008) found that a single CHO-protein drink (protein content
= 0.3 g·kg-1 body mass) consumed immediately after 30 min downhill treadmill
running had no affect on maximal voluntary isometric quadriceps force at 24, 48 and
72 h post-exercise. Similarly, Rowlands et al. (2007) showed no improvement in
recovery of MVC force and sprint power output at 24 h post-exercise following
ingestion of a mixed meal containing 218 g protein, though 24 h may have been an
insufficient timeframe in which to observe any beneficial effects of protein ingestion
upon functional recovery. It is further observed that a common limitation to the
above studies is that only measures of muscle isometric force were recorded as an

77

indicator of muscle function. Whilst informative, this may not be indicative of the
type of muscular contractions performed in many sporting/daily living activities.
One exception to this is the study of Rowlands et al. (2007), which measured
muscular power, though was only assessed at 24 h post-exercise. Additionally all the
above studies, with the exception of Buckley et al. (2008), administered a proteinbased supplement that also contained CHO, which may have influenced results due
to the potential for insulin-mediated effects on protein metabolism (Greenhaff et al.
2008; Wilkes et al. 2009). The effects of protein intake alone, therefore, remain
obscure.

Thus, the effects of a single post-exercise protein bolus on recovery, particularly of
muscle force and power following DOMS-inducing exercise remains to be
determined. The aim of this study was, therefore, to investigate whether ingestion of
a single high-protein dose immediately following an eccentric exercise bout could
enhance recovery of perceived muscle soreness, haematological markers of damage,
or muscle force and power in the 72 h period during which DOMS occurs. It was
hypothesized that post-exercise protein ingestion would augment recovery of indices
of muscle damage during the DOMS period.

4.2. Methods

4.2.1. Study design
Nine recreationally active male subjects (age 21 ± 1 y; BMI 23.5 ± 0.8 kg.m2) took
part in the study. Each subject visited the laboratory on two occasions, separated by a
minimum of 28 days. This recovery period was chosen based on pilot data showing a
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return to baseline values in all measured parameters. Prior to exercise, a 10 mL
venous blood sample was obtained. MVC was determined as detailed in section 2.6.
Peak power output (PPO) was determined as the highest value recorded from three
maximal 5 s sprints on a cycle ergometer fitted with SRM power cranks
(Powermeter V cranks, SRM training systems, SRM Germany). Subjects cycled
from a stationary position against a resistance equal to 7.5% body mass and were
instructed to remain seated throughout each sprint to reduce contribution from
muscles other than the quadriceps group. Subjects returned to the laboratory 24, 48,
and 72 h after the downhill running protocol, at which times a blood sample,
assessment of muscle soreness, and performance measurements were recorded.

4.2.2. Downhill running protocol
Prior to the beginning of each exercise bout, subjects completed a 5 min warm up at
a gradient of 0% using self-selected speeds. On completion of the warm up the
treadmill gradient was set to –10% and subjects ran for a 30 min period maintaining
a target heart rate of 75% predicted heart rate maximum ( = 220 – age; beats·min–1).
This intensity is consistent with previous literature that used downhill running to
induce DOMS (Braun and Dutto, 2003). Treadmill speed was altered accordingly
during the 30 min to maintain the target heart rate. These speeds, and the time at
which they occurred, were recorded and reproduced when subjects returned for their
second trial.

4.2.3. Supplement intervention
The study’s supplementation protocol followed a double-blind, randomized, crossover design. Immediately following the 30 min downhill run, subjects ingested either
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100 g milk protein concentrate solution containing 40 g EAAs (http://
www.myprotein.co.uk for amino acid sequence) with no carbohydrate component
(PRO), or a flavoured water placebo solution (CON). This amount of EAAs was
chosen based on previous studies showing an increase in postexercise protein
synthesis using this concentration (Rasmussen et al. 2000; Tipton et al. 1999b). Postexercise supplementation was chosen in light of recent research by Tipton et al.
(2007) reporting that, in contrast to the response of net protein balance to timing of
EAA ingestion (Tipton et al. 2001), post-exercise intake of a whole whey protein
solution stimulated increases in protein synthesis comparable to those stimulated by
pre-exercise ingestion. No carbohydrate was included in the placebo drink to avoid
any confounding insulin-mediated effects on protein metabolism (Borsheim et al.
2004). Both solutions were made to a final volume of 1 L. Subjects were required to
replicate their dietary intake 24 h prior to, and in the 72 h post-exercise for the two
experimental trials, and record their diets during the first 24 h post-exercise.
Consumption of additional meals was allowed 3 h after supplement ingestion.

4.2.4. Assessment of DOMS
Delayed-onset muscle soreness (DOMS) values were obtained using a visual
analogue scale (Lee et al. 2002). The scale ranged from no muscle soreness (value of
1) to very very sore (value of 10). Subjects were asked to assess the pain in both
legs, and the mean value of the two scores was taken. Sensitivity to muscle pain was
assessed using a strain gauge algometer fitted with a 1 cm foam pad (Force Dial1
FDK/FDN series, Wagner instruments, Greenwich, Conn.). The algometer was used
to assess deep muscle pain and trigger point tenderness of the quadriceps muscle
group. The reliability and validity of the algometer has been established previously
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(Fischer, 1987). The algometer was pressed parallel to the skin with increasing
pressure at the approximate mid-point of the vastus lateralis, vastus medialis, and
rectus femoris. These points were marked prior to exercise on day 1 of each testing
period to allow consistency between measurements. The test was stopped when the
sensation of pressure became uncomfortable, though not painful, for the subject. All
measurements were taken in triplicate from the right thigh with the subject lying
supine, and then repeated in a seated position with the knee at a 908 angle. The
values of the three sites were averaged, allowing expression of muscle tenderness as
a single value.

4.2.5. Blood markers and analysis
A 10 mL blood sample was taken from an antecubital vein before the eccentric
exercise, and at 24, 48, and 72 h after exercise. The collected sample was placed in a
clear tube and allowed to clot, centrifuged at 5000 r·min–1 for 10 min, and the
separated serum drawn off and frozen at –20°C until analysis. Creatine kinase (CK)
concentrations were determined in duplicate using a VITROS1 DT60 II dry slide
clinical chemistry system (Ortho-Clinical Diagnostics, Amersham, UK). Serum
protein carbonyl (PC) content was determined in triplicate using a commercially
available enzyme-linked immunosorbent assay (ELISA; Zenith Technology
Corporation Ltd., Dunedin, New Zealand) following previously described methods
(Buss et al. 1997). The coefficient of variation was 4.8% for CK and was 3.1% for
PC from ten separate samples. The intra-assay variation for the PC ELISA was 2%
determined from five separate samples analysed in triplicate. CK was chosen as a
marker of muscle damage for its sensitivity to discrete lesions in the cellular
membrane, whereas PC was chosen as a marker of oxidative stress, as its release has

81

previously been shown to demonstrate a strong correlation with the time-course
effects of DOMS (Lee et al. 2002).

4.2.6. Statistical analyses
Results are reported as mean ± SEM. Differences in blood markers, performance
variables, and assessment of DOMS were analysed between conditions by a
repeated-measures analysis of variance (ANOVA) following confirmation of normal
distribution of data (SPSS version 12). When a significant time or condition
interaction was obtained a Tukey’s post hoc test was performed to identify the point
of difference. Pearson’s product–moment correlation test was performed to assess
relationships between plasma CK and PC concentration and subjects’ perceptions of
muscle soreness.

4.3. Results

4.3.1. Post-eccentric exercise changes in perceived muscle soreness with and
without protein ingestion
The effect of the downhill run on rating of muscle soreness and perceived pain is
presented in Table 4.1. A significant increase in pain sensation and perceived
soreness was experienced by all participants under each condition (P< 0.05),
suggesting that the downhill running protocol was sufficient in eliciting muscle
soreness and DOMS from the exercise. There were no differences observed in rating
of muscle soreness at any time point between the two experimental conditions.
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Table 4.1. Algometry and perceptual assessment of muscle soreness during the 72 h post-exercise
period. Note: All values were significantly elevated from pre-eccentric exercise values (P< 0.05).
Data are presented as means ± SEM; n = 9. Units are pounds (lb) of pressure applied to the muscle to
obtain sensations of soreness.

Time
(h)

Trial

24

CON
PRO
CON
PRO
CON
PRO

48
72

Perceived
soreness at 90°
(lb)
26.2±0.9
26.4±1.4
25.1±1.1
26.8±1.2
28.6±1.5
30.6±1.3

Perceived
soreness at 180°
(lb)
23.1±0.9
23.8±1.3
22.7±1.5
26.7±1.2
26.7±1.5
27.9±1.4

Visual
analogue
score
4.9±0.5
5±0.3
4.8±0.3
5.4±0.4
5.6±0.3
5.9±0.4

4.3.2. Influence of post-eccentric exercise protein intake on serum concentrations of
muscle damage markers
Serum CK was significantly elevated after the downhill run, peaking at 24 h in both
conditions (P< 0.01), and declining to within pre-exercise values at 48 and 72 h (P>
0.05), though remaining elevated (Figure 4.1A). No significant differences in CK
concentrations were observable between PRO and CON. Serum PC concentrations
were significantly raised post-eccentric exercise (P< 0.05), peaking after 24 h in the
protein trial and after 72 h in the control trial. There were no differences in the
concentration of PC between the two experimental conditions (Figure 4.1B). A
strong correlation existed between PC concentrations and the time course of the
muscle soreness response in the CON condition (R2 = 0.98), which was replicated in
the PRO trial (R2 = 0.94). The CK response was very different, peaking after 24 h
and returning to near-baseline levels after 48 and 72 h in both conditions.
Accordingly, the CK correlation with the perceived pain response was weak for both
the CON (R2 = 0.36) and PRO supplements (R2 = 0.34).
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A

B

Figure 4.1. Mean change in plasma creatine kinase (A) and protein carbonyl (B) concentrations during the 72
h post exercise period. , placebo group; , protein group. * denotes significant difference from baseline
values (P < 0.05). Data are presented as means ± SEM; n = 9.

4.3.3. Effects of protein ingestion on functional recovery of muscle post-eccentric
exercise
The absolute changes in peak MVC and PPO are reported in Figures 4.2A and 4.2B,
respectively. Absolute values for MVC and PPO showed a significant difference
between the PRO and CON conditions for both measures of muscle function (P<
0.05). This difference was found at the 48 h time point for both MVC and PPO.
MVC declined following the downhill run in both experimental conditions, and a
significant decline in force production occurred at 24 h (–7.9%) and 48 h (–10.7%)
in the control trial (P< 0.05). Peak MVC remained within pre-exercise values at all
time points in the PRO trial, reaching a non-significant nadir of –6.6% after 24 h and
recovering to –0.25% at 48 h. PPO decline followed a similar pattern to MVC
following the CON condition with the greatest decline observed at 48 h (–8.7%, P<
0.05,) whereas PPO was lowest at 24 h during the PRO trial (–7.9%, P< 0.05), but
had returned to baseline at 48 and 72 h.
84

A

B

Figure 4.2. Absolute change in MVC (A) and PPO (B) during the 72 h post-exercise period. , placebo group;
, protein group. Asterisk (*) indicates significant difference from baseline values (P< 0.05); section symbol
(§) indicates significant difference between conditions (P< 0.05). Data are presented as means ± SEM; n = 9.

4.4. Discussion

The principal finding of this study is that ingesting a single dose of 100 g of protein
containing 40 g of EAAs immediately after an eccentric exercise bout increases the
recovery rate of isometric force and dynamic power production during the DOMS
period. Both MVC and PPO reached a significant nadir at 48 h in the placebo trial (–
10% and –8.7% for MVC and PPO, respectively; p < 0.05), compared with a return
to within pre-exercise values for both measures of muscle function following protein
intake. This increased rate of recovery in the functional output of damaged muscle
was independent of the circulating CK and PC response and perceptions of muscle
soreness, which did not differ significantly between conditions.
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The present study is the first to show that a single oral protein meal administered
immediately after exercise-induced DOMS assists the restoration of isometric force
and peak power production at 48 h, when the functional consequences of DOMS are
often at their greatest (Cheung et al. 2003). It can be postulated, in light of previous
research, that this effect may be due to effects on increased rates of protein synthesis
stimulated by the 40 g of EAAs. Although not measured here, intracellular amino
acid availability is a key determining factor regulating protein balance in response to
exercise (Tipton and Wolfe 2004). When amino acid availability is increased via
exogenous protein administration, net protein balance increases to a net protein gain
in the post-exercise period, compared with a net protein loss in the fasted state
(Tipton et al. 2007). Such an increase in protein synthesis could be expected to lead
to greater synthesis of contractile proteins (Esmarck et al. 2001; Phillips et al. 1997)
and potentially a more rapid restoration or enhancement of contractile force, as
shown by the present results. Furthermore, an acute protein meal stimulates
increased plasma insulin concentrations, which may act to inhibit the rate of protein
breakdown in muscle (Anthony et al. 2002; Crozier et al. 2005; Escobar et al. 2005).
If recovery is dependent on replacing “damaged muscle” then increased MPB is
required for increases in protein turnover and thus more rapid repair via replacement
of damaged proteins. However, several authors have reported no inhibition of MPB
with provision of AA after exercise (Biolo et al. 1997; Borsheim et al. 2002; Louis
et al. 1995; Rassmussen et al. 2000; Tipton et al. 1999a). Additionally, since the
protein fed group showed signs of force reduction and other measures of postexercise muscle damage (i.e. increased CK / PC concentrations) then the process that
leads to the more rapid return of force generation may not depend on the immediate
effects on protein metabolism. However, increased MPS following post-exercise
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protein feeding may lead to the synthesis of new proteins in order to replace those
damaged by exercise without any requirement to break down the “damaged” proteins,
thus assisting the restoration of muscle function.

No differences were observed in CK, PC or perceptions of muscle soreness between
the protein supplement and placebo at all time points. This is in agreement with
observations made by Nosaka et al. (2006), i.e., that CK and muscle soreness
remained unaffected with only pre- and post-exercise amino acid administration.
This finding may not be surprising, since the principle mechanism through which
post-exercise muscle soreness is thought to occur is inflammation resulting from
damage to the extra-cellular matrix (ECM) (Kjaer, 2004). Muscle collagen protein
synthetic rates are unaffected by acute protein ingestion (Babraj et al. 2005).
Furthermore, whilst intramuscular collagen protein synthesis is augmented after both
low and high intensity exercise, this effect is not augmented by the addition of
protein feeding (Holm et al. 2009). Thus, it may be expected that, in the present
study, a single protein bolus would not increase the rate of collagen repair and,
therefore, not assist the recovery of soreness following muscle damage.

However, the observed lack of effect of acute protein ingestion on perceived
soreness and CK concentrations is in contrast to studies investigating prolonged
amino acid supplementation, which consistently showed improvements (reductions)
in muscle soreness and CK levels after exercise (Coombes and McNaughton 2000;
Knitter et al. 2000; Nosaka et al. 2006; Ohtani et al. 2001). This discrepancy between
acute and chronic studies may suggest that, while damage to the ECM is currently
thought to be the predominant cause of DOMS, other, as yet unknown mechanisms
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may contribute towards increased muscle soreness after eccentric exercise that may
be responsive to long-term protein supplementation. Thus, it seems that a single
protein meal stimulates intramuscular adaptations that lead to improvements in the
functional output of damaged muscle, though chronic supplementation may be
required for augmented recovery of systemic markers of cellular damage or stress
and perceptions of muscle soreness.

Although subjects’ perceptions of muscle soreness were highest at 72 h, suggesting
DOMS to be at its most severe at this time point, MVC and PPO were fully
recovered by this time in both conditions. While this appears contradictory, it
indicates that subjects’ perceptions of pain are not a strong indicator of the decline in
muscle function following eccentric exercise. This is supported by the finding that
CK, a well-established marker of muscle damage, correlated poorly with ratings of
perceived pain (R2 = 0.36 and 0.34 for CON and PRO, respectively). Thus, perceived
pain may not accurately reflect muscular damage and (or) may follow a different
time course response, which could explain the discrepancy between muscles’
functional recovery and peak muscle soreness values.

In conclusion, the present study is the first to report that a single post-exercise
protein meal accelerates recovery of static force and dynamic power production
during the DOMS period. Although this supplement does not affect the pain
response of DOMS, the influence of exogenous protein on functionality may assist
athletes in maintaining work output during training. However, although acute
recovery from eccentric exercise may be improved, there is some evidence that
exercise-induced damage is necessary to facilitate adaptations to training (Trappe et
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al. 2002). Despite this, Flakoll et al. (2004) suggest that chronic protein
supplementation during training reduces muscle soreness and injury occurrence.
Therefore, if there is damage, the effect of protein supplementation is to the subject’s
benefit and thus may be encouraged for use during training regimens.
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CHAPTER 5. EFFECTS OF MODIFYING O2 SUPPLY ON PROTEIN
SYNTHESIS AND TRANSLATIONAL SIGNALLING AT REST AND IN
RESPONSE TO ACUTE RESISTANCE EXERCISE

5.1. Introduction

Prolonged hypoxaemia, whether under environmental or pathological conditions, is
associated with reduced muscle mass, altered morphology (e.g. reduced fibre CSA,
particularly of Type I fibres) and decrements in muscle function and exercise
capacity (see section 1.8. for review). Numerous studies in vitro indicate that
inhibition of protein synthesis and associated translational signalling, probably via
increased levels of the hypoxia-responsive translational repressors REDD1 and / or
AMPK phosphorylation, may be responsible for this apparent adaptation to chronic
hypoxaemia in vivo (see section 1.8.2.3.). This hypothesis remains, however, to be
tested directly in humans.

Whilst muscle hypoxia at rest may reduce protein synthesis, the superimposition of
exercise may represent an even greater challenge to maintaining muscle protein
synthetic capacity. During normoxic conditions, resistance exercise (RE) results in a
fall in skeletal muscle O2 availability at efforts at low as 30% 1-RM (Hicks et al.
1999), which is worsened with inspiration of hypoxic (12 – 14% O2; PO2 = ~90 -105
mmHg) air during isometric contractions (Hicks et al. 1999; Katayama et al. 2009).
Consequently, such exercise-stimulated muscle hypoxia may exacerbate the effects
of environmental / pathological hypoxaemia upon skeletal muscle and, in turn,
potentiate any ensuing adaptations or changes. In normoxic conditions, MPS is
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increased 200 – 300% at 1-2 h after resistance exercise (Louis et al. 2003; Phillips et
al. 1997), likely through increasing mTOR signalling (Drummond et al. 2009;
Glover et al. 2008; Tannerstedt et al. 2009). Over the course of a resistance training
program (8 weeks), repeated post-exercise periods of increased protein balance
results in net accrual of muscle protein and consequently an 8 – 10% gain in
quadriceps cross-sectional area (CSA; Holm et al. 2008; Vissing et al. 2008).
Resistance training during residency at altitude, however, does not appear to result in
the same improvements in muscle mass; Narici and Kayser (1995) reported that the
hypertrophic response to 4 weeks strength training was completely ablated when
performed in hypoxic (5050 m altitude) conditions versus an 11.3% increase in
biceps CSA after strength training in normoxia. Furthermore, 75 d at 5250 m altitude
induced muscle wasting in both less-active (-15% CSA) and highly-active (-51%
CSA) individuals (Mizuno et al. 2008; Oelz et al. 1986). Resistance and aerobic
training in pathological conditions of hypoxaemia (COPD) also do not fully reverse
functional abnormalities (e.g. maximal strength) of the quadriceps, and up to a third
of patients do not improve their exercise capacity (Bernard et al. 1999; Man et al.
2009). Additionally, resistance training (12 weeks at 60 – 80% 1-RM) in COPD
patients, whilst generally accepted to be an effective countermeasure to loss of
muscle mass and function (Whittom et al. 1998), leads to only modest increases in
quadriceps CSA of 2 – 4% (Casaburi et al. 2004; Kongsgaard et al. 2004) and in
those studies where larger increases in CSA were reported, there was also large
variability in responses, i.e. mean CSA increase of 8 ± 13% (Bernard et al. 1999).
Whether reduced O2 supply may contribute to this blunted hypertrophic response, or
large individual variability, to resistance training is not known.
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It may be logical to hypothesise that this blunted response of muscle to exercise
training in conditions of hypoxaemia could be due to depressed, or abolished, postexercise protein synthetic responses. A single study by Imoberdorf et al. (2006)
measured the protein synthetic response to either passive or active ascent to 4559 m
altitude (~12% O2; PO2 = ~90 mmHg). They reported that protein synthesis in
hypoxia was unchanged in the passive ascent group, and was increased after loadcarrying walking exercise in the active group, suggesting exercise was still capable
of inducing increases in protein synthesis, even during prolonged hypoxia. A number
of flaws in the design of this study, however, render interpretation of these findings
problematic (see section 1.8.2.4). As such, rigorously controlled studies are
necessary to directly assess the effects of hypoxia on muscle protein synthesis, and
the signalling pathways likely to be influential in the regulation of muscle protein
mass.

Thus, to date, muscle protein synthetic responses at rest and following acute RE
under conditions of environmental hypoxia have not been measured in a controlled
manner. Such studies may help us predict putative chronic responses to prolonged
hypoxaemia with and without exercise, which would have important implications for
those with conditions of pathological hypoxia (such as COPD, peripheral arterialocclusive disease and obstructive sleep apnoea), and individuals embarking upon
high altitude sojourns. The aim of this experiment was, therefore, to determine the
acute effects of normobaric hypoxic exposure on muscle protein synthesis and
associated molecular signalling events both at rest and following high intensity
resistance exercise. It was hypothesised that a) rates of MPS and phosphorylation of
anabolic signalling elements would be depressed in the rested state during hypoxic
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exposure, b) the increase in MPS and anabolic signalling after RE in normoxia
would be abolished during hypoxia and, c) that these responses would be
accompanied by increases in phosphorylation of hypoxia-responsive signalling
proteins whose increased phosphorylation is involved in the down regulation of
anabolic signalling.

5.2. Methods

5.2.1. Participants
Seven males (age 21.4±0.7 years; BMI 24.9±1.5 kg) were recruited for the study.
Volunteers were recreationally active (≤ 3 d activity week-1) and were not taking any
form of nutritional supplement or medication at the time of testing or for > twelve
weeks prior to the study. All subjects were non-asthmatic, had no respiratory
ailments and had not been exposed to any form of hypoxic atmosphere for > six
months.

5.2.2. Study design
At least two weeks before the first infusion trial subjects reported to the laboratory
for familiarisation and explanation of all procedures. The crossover study required
subjects to be tested under two experimental conditions: normoxia (normal
atmospheric conditions, ~21% O2) and normobaric hypoxia (reduced O2
concentration of inspired air, ~12.5% O2). Trials were ordered and separated by a
minimum of 3 months, with the normoxic condition always being performed first to
avoid any long lasting effect of the hypoxic bout.
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5.2.2.1. Normoxic trial
Participants arrived at the laboratories at ~0800 h in the postabsorptive state (~12 h
overnight fast) for insertion of catheters into both arms for blood sampling and tracer
infusion (see section 2.4.1.) Participants were then placed in custom built isometric
force apparatus (see section 2.6.) for performance of unilateral resistance exercise
(RE). MVC was determined as outlined in section 2.6. Following 2 min recovery,
RE consisted of 8 sets of 6 repetitions at 70% MVC, with 2 minutes recovery
between sets. Immediately after RE a muscle biopsy was taken from the nonexercised leg and a primed, constant intravenous infusion of 1,2-[13C2]leucine was
started and maintained for 2.5 h (see section 2.4.1.). Blood samples were collected at
20 min intervals throughout the study. Further muscle biopsies were collected from
both legs at 2.5 h post-exercise. Fingertip measure of oxygen saturation (SpO2) was
recorded using pulse oximetry (9500 Onyx, Nonin) every 10 min for the duration of
the study, as was the O2 / CO2 concentration of inhaled air. A schematic
representation of the study protocol can be viewed in Figure 5.1.

5.2.2.2. Hypoxic trial
The experimental conditions for the hypoxic trial were similar to that of the
normoxic trial; the difference was that volunteers breathed 12.5% O2 for 1 h before
RE and for the remainder of the study. Hypoxic conditions were delivered using a
custom-made face mask, adapted to allow gas sampling of the internal mask
environment and connected to a nitrogen generator set to reduce the O2 concentration
of inspired air to 12.4 ± 0.2%.
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Figure 5.1. Cross over study protocol schematic for investigation of the effects of hypoxia and RE on
protein synthesis and translational signalling.

5.2.3. Determination of fractional rates of MPS
Muscle tissue (~25 mg) was prepared as outlined in section 2.4 for evaluation of
myofibrillar protein synthesis. Rates of myofibrillar protein synthesis were also
analysed and calculated as stated in section 2.4.

5.2.4. Immunoblotting
Western blots were generated and analysed as outlined in section 2.5.
Phosphorylation of proteins ACC-β Ser79, p70S6K Thr389, PKB Ser473, mTOR
Ser2448, 4EBP1 Thr37/46, eIF4E Ser209, eEF2 Thr56 and ERK1/2 Tyr202-204,
and total protein concentrations of REDD1 and β-actin (loading control) were
measured using polyclonal antibodies at a concentration 1:2000 (Sigma Aldrich,
Poole, UK).
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5.2.5. Statistical analysis
Paired sample t-tests were performed on MVC and SpO2 data to determine any
differences in these measures between the normoxic and hypoxic conditions. Data
were tested for normality and, if normally distributed, a one-way repeated measures
analysis of variance (ANOVA) was used to evaluate possible differences between
normoxia and hypoxia in muscle protein FSR, muscle intracellular signalling
elements, and mRNA expression between unilateral exercised leg and contralateral
control leg. Significant F ratios were followed by Tukey’s post hoc comparisons
procedure using GraphPad software (La Jolla, San Diego CA). If data failed the
normality test, a one-way ANOVA (Friedman test) was performed and in the event
of significance being observed was followed by a Dunn’s multiple comparisons test
to determine the point of significance. Pearson’s product moment correlation was
performed to determine relationships between FSR and SpO2. A P value of <0.05
was considered statistically significant. Data in the text are presented as mean ±
SEM.

5.3. Results

5.3.1. Mean MVC and SpO2 responses
Peak MVC, and thus subsequent exercise intensity, was not different between the
normoxic and hypoxic conditions (629±63 vs. 613±60 N for normoxic and hypoxic
MVC, respectively; p>0.05, Figure 5.2A). Throughout the normoxic trial SpO2
remained unchanged from baseline (98.2±0.3 vs. 97.4±0.5% for SpO2 at baseline and
the average of all subsequent time points, respectively; p>0.05). In hypoxia SpO2
decreased significantly from baseline within 10 min to 86.4±1.7% (p<0.01) and the
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mean SpO2 for all subjects of all subsequent time points remained depressed
throughout hypoxia (82.7±0.5%; p<0.01, range 75-89%, Figure 5.2B).

A

B

*

Figure 5.2. Maximal isometric voluntary contraction (A) and mean SpO2 (B) in hypoxia (12.5% O2)
compared to normoxia. * denotes significant change from normoxic values (p<0.01). Data are
presented as means ± SEM; n = 7.

5.3.2. Changes in MPS and mTOR signalling following exercise in normoxia
In normoxic conditions myofibrillar FSR was significantly increased from baseline
by 2.5 h in the exercised leg (0.033 ± 0.016 vs. 0.104 ± 0.038 %h.-1; p<0.01, Figure
5.3A). After RE, phosphorylation of p70S6K was increased 2.6±1.2-fold (p<0.05,
Figure 5.4A), and ACC-β phosphorylation was decreased 0.6±0.1-fold from baseline
values (p<0.05, Figure 5.4B). Total REDD1 protein content (Figure 5.5) and
phosphorylation of PKB, mTOR, 4EBP1, eIF4E, eEF2 and ERK1/2 (Figures 5.6AF) were all unchanged after RE in normoxia (p>0.05).
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Figure 5.3. A: Changes in myofibrillar fractional synthetic rate (FSR) from normoxic baseline values
at 2.5 h post-exercise in normoxia, 3.5 h hypoxic exposure (~12% O2) in the rested leg, and 2.5 h
post-exercise during hypoxic exposure. * denotes significant increase from normoxic postabsorptive
FSR (p<0.01). N.S. = non-significant change. B: Correlation between individual responses in FSR at
2.5 h post-exercise during hypoxic exposure and individuals’ mean SpO2 of all hypoxic time points.
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Figure 5.4. Changes in phosphorylation of p70S6K (A) and ACC-β (B) from normoxic baseline
values at 2.5 h post-exercise in normoxia, 3.5 h hypoxic exposure (~12% O2) in the rested leg, and 2.5
h post-exercise during hypoxic exposure. Representative blots show all time points from one subject
with corresponding loading controls, both obtained from one Western blot. * denotes significant
change from normoxic postabsorptive values (p<0.05). Data are presented as means ± SEM; n = 7.
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5.3.3. MPS and mTOR signalling responses during hypoxia
After 3.5 h hypoxia, postabsorptive myofibrillar FSR was not significantly different
from normoxic baseline values in the rested leg (0.033 ± 0.016 vs. 0.043 ± 0.016
%h.-1; p>0.05, Figure 5.3A). FSR was also unchanged from normoxic baseline after
2.5 h in the exercised leg (0.06 ± 0.063 %h.-1; p>0.05, Figure 5.3A). Pearson’s
product moment correlation demonstrated a significant relationship between hypoxic
FSR 2.5 h post-exercise and mean hypoxic SpO2 (r2 = 0.48; p<0.05, Figure 5.3B).
REDD1
β-actin

Figure 5.5. Changes in total REDD1 protein content from normoxic baseline values at 2.5 h postexercise in normoxia, 3.5 h hypoxic exposure (~12% O2) in the rested leg, and 2.5 h post-exercise
during hypoxic exposure. All values were non-significantly different from baseline values (p>0.05).
Representative blots show all time points from one subject with corresponding loading controls, both
obtained from one Western blot. Data are presented as means ± SEM; n = 7.

The phosphorylation of p70S6K was increased 2.3±1.0-fold after 3.5 h hypoxia in
the rest leg, and 3.4±1.1-fold 2.5 h after hypoxic exercise (p<0.05), which were not
different from values 2.5 h after exercise in normoxia (Figure 5.4A). ACC-β
phosphorylation was decreased -0.5±0.2-fold after 3.5 h hypoxia versus baseline
values in the rest leg, and -0.7±0.1-fold 2.5 h after exercise in hypoxia (p<0.05,
Figure 5.4B), which were also not different from the decrease after normoxic
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exercise. Total REDD1 protein concentration (Figure 5.5) and phosphorylation of
PKB, mTOR, 4EBP1, eIF4E, eEF2 and ERK1/2 (Figures 5.6A-F) were unchanged
in both the rest leg after 3.5 h hypoxia and at 2.5 h after exercise in hypoxia
(p>0.05). There was no correlation between phosphorylation of any of the signalling
proteins measured and SpO2 (p>0.05).
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PKB Ser473
β-actin

4EBP1 Thr37/46
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eEF2 Thr56
β-actin
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eIF4E Ser209
β-actin

F

ERK 1/2 Tyr202-204
β-actin

Figure 5.6. Changes in phosphorylation of Akt (A), mTOR (B), 4EBP1 (C), eIF4E (D), eEF2 (E), and
ERK1/2 (F) from normoxic baseline values at 2.5 h post-exercise in normoxia, 3.5 h hypoxic
exposure (~12% O2) in the rested leg, and 2.5 h post-exercise during hypoxic exposure. All values
were non-significantly different from baseline (p>0.05). Representative blots show all time points
from one subject with corresponding loading controls, both obtained from one Western blot. Data are
presented as means ± SEM; n = 7.
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5.4. Discussion

This study reports new findings on the response of MPS and associated translational
signalling to 3.5 h exposure to hypoxia (12.5% O2), both at rest and after acute RE.
The principle findings of this study are (i) MPS was unchanged following 3.5 h
hypoxia in the rested leg, although phosphorylation states of certain proteins thought
to be involved in stimulating protein synthesis were altered towards increased
translational signalling, (ii) hypoxia abolished the rise in MPS after acute RE,
despite increased protein synthetic signalling, and (iii) suppression of MPS after
hypoxic exercise correlated with the prevailing SpO2.

It has recently been hypothesised that the muscle wasting observed in conditions of
chronic hypoxaemia may, at least in part, be an effect of reduced O2 supply to the
muscle (Hochachka et al, 1996; Hoppeler and Vogt, 2001; Wüst and Degens, 2007);
suggesting hypoxia may result in inhibition of rates of protein synthesis whilst in the
rested state. The present study is the first to report, under tightly controlled
conditions, that MPS is unaffected during acute hypoxaemia at rest. These data
during acute hypoxia, therefore, putatively indicate little potential for a role of
chronic tissue hypoxia towards muscle atrophy in sedentary individuals, although it
cannot be ruled-out that hypoxia-induced increases in muscle protein breakdown
contribute towards muscle wasting. This study is also the first to show that
phosphorylation of key signalling proteins involved in the regulation of protein
synthesis are altered towards increased anabolic signalling (i.e. increased p70S6K
and decreased ACC-β phosphorylation) as a result of hypoxia at rest. Though
counter-intuitive, given that MPS was unchanged, the indication from this evidence
is that low O2 supply causes a signal for muscle to increase protein translation. It
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may be that this response could be a consequence of a likely hypoxia-induced
vasodilation and subsequent increased blood flow to muscle, which would increase
nutrient and growth hormone supply to the muscle; both of which may
independently increase translational signalling. Indeed, during 12% inspired O2
hypoxia, significant increases in blood flow to the forearm of 70% (Rennie et al.
1983) and to the legs of 84% (Barthèlemy et al. 2001) occurred in healthy
individuals at rest. Thus, though not measured presently, increased blood flow to the
quadriceps may have resulted in increased translational signalling, however,
muscles’ ability to translate this signal into augmented protein synthesis is impaired.
It may be speculated that this effect could be a result of reduced intracellular energy
levels available for peptide bonding during hypoxia, as has been reported in vitro
(Boutilier, 2001; Hochachka and Lutz, 2001; Pierce and Czubryt, 1995; Stanley et
al, 1997), though this seems unlikely since intracellular ATP concentrations remain
stable under conditions such as exercise (Karlsson and Saltin, 1970) and hypoxia
(Goudemant et al, 1995). Alternatively, given the metabolic expense of synthesising
proteins other, as yet unknown molecular signals may counteract this anabolic
signal; likely as an adaptive process to preserve cellular ATP levels, and thus cell
integrity in times of hypoxic stress.

The finding here, that MPS is unaltered during acute hypoxia, is in agreement with
Imoberdorf et al. (2006) who found no change in rates of mixed-muscle protein
synthesis following passive ascent to altitude (4559 m, 12% O2), but contrary to the
results of Rennie et al. (1983) who reported reduced forearm leucine uptake
(indicative of lowered protein synthesis) during 6.5 h hypoxic exposure (12% O2).
These discrepant results may be a consequence of either a) the techniques utilised to
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measure protein synthetic rates, or b) the methods employed to induce hypoxia.
Leucine uptake, as used to estimate protein synthesis by Rennie et al. (1983) is a less
direct measure than the 1,2[13C2]leucine incorporation techniques employed in the
present study, as leucine taken up into muscle is utilised by both oxidative and
protein synthetic pathways. Thus, it cannot be determined whether synthesis actually
decreased in Rennie et al. (1983), as the reduced leucine uptake reported may
equally have been indicative of lowered leucine oxidation, with no change in
synthesis. Furthermore, to achieve the same ambient O2 partial pressure (PO2;
equivalent to ~120 hPa / 91 mmHg, or ~4,500 m altitude) Rennie and colleagues
used hypobaric hypoxia (decreased barometric pressure), versus normobaric hypoxia
(lowering O2 fraction of air) employed in the present study. At equivalent PO2
hypobaric hypoxia induces greater reductions in blood O2 saturation compared to
normobaric hypoxia (Savourey et al. 2003). Indeed, Rennie et al. (1983) observed
much greater falls in O2 saturation than those reported presently (from ~97 to ~65%,
versus 97.4 to 82.7% reported in the present study). As such, a greater hypoxaemic
stimulus with hypobaric hypoxia may have been sufficient to inhibit MPS whilst in
the rested state, suggesting there may be a threshold in the decline in SpO2 below
which MPS is inhibited. Nevertheless, drops in SpO2 to as low as 65% are
uncommon; requiring rapid ascent to altitudes of 5000 m and above (Anholm et al.
1992), and have not been reported in any hypoxaemic pathologies. In contrast,
lowered SpO2 values to between 80-90% are frequently experienced at both
moderate altitudes (DeLorey et al. 2004; Jones et al. 2008; Kawahara et al. 2008)
and in various pathologies (Chiang, 2006; Clause et al. 2008; Nasilowski et al. 2008;
Noda et al. 1998).
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Thus, it may be inferred from the findings reported here, that reductions in SpO2
relevant to altitudes reached frequently by recreational sportspersons / mountaineers
and during pathologically relevant clinical situations do not acutely impair basal
levels of MPS in sedentary individuals. Whilst it remains possible that perturbations
in postabsorptive MPS may occur with longer periods (days to weeks) of
hypoxaemia, or with more severe hypoxaemic bouts acutely, the implications of
these results are that the muscle wasting observed both at high altitude and in
pathological conditions may not be a direct result of limited oxygen supply.
However, since rates of muscle protein breakdown were not measured here, the
potential role of hypoxia-mediated alterations in protein degradation cannot be
excluded as causative in such muscle wasting conditions. As such, the mechanism(s)
underlying loss of muscle mass in conditions of hypoxaemia remains to be
elucidated.

This study is also the first to show that the rise in protein synthesis after RE is
blunted during hypoxaemia. Many scenarios exist whereby the hypertrophic
response to RE training is blunted during both environmental (Mizuno et al. 2008;
Narici and Kayser, 1995; Oelz et al. 1986) and pathological (Bernard et al. 1999;
Casaburi et al. 2004; Kongsgaard et al. 2004; Man et al. 2009) hypoxaemic
conditions. The present study provides evidence that this effect may be a direct
consequence of attenuated increases in MPS after individual RE bouts which, over
the course of a training program may (if protein degradation remains unchanged or is
increased) attenuate increased deposition of contractile proteins and thus
hypertrophy. The mechanisms regulating this blunted MPS response to RE in
hypoxia, however, remain elusive. Total protein content of REDD1, a hypoxia-
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responsive element whose increased concentration negatively regulates protein
synthesis in vitro (Brugarolas et al. 2004; DeYoung et al. 2008; Schwarzer et al.
2005), was unaffected after RE in hypoxia. Furthermore, ACC-β phosphorylation, a
downstream effector of AMPK and an indicator of its activity, was depressed in
hypoxia after RE. This is opposite to previous reports in vitro of increased AMPK
activity in response to hypoxic exposure (Liu et al. 2006). The lack of changes to
PKB, mTOR, 4EBP1, eIF4E, eEF2 and ERK1/2 phosphorylation in all conditions
tested is not surprising, given that large variability in individual changes in
translational signalling elements after RE has been reported (Kumar et al. 2009a),
which may contribute to the inter-subject variance in muscle mass and strength gains
following resistance training (Hubal et al. 2005). This finding does, however,
suggest that these components of translational signalling are not involved in the
presently observed response to RE in hypoxia. The observation that p70S6K and
ACC-β phosphorylation increased and decreased, respectively after hypoxic exercise
suggests that, as with the hypoxic signalling response at rest, muscle continues to
attempt to signal an increase in protein synthesis in a fashion similar to that after
normoxic RE but that muscle is unable to translate this increased signal into elevated
protein synthesis. As hypothesised at rest during hypoxia, this may be due to some,
as yet unknown, signalling mechanism ‘overriding’ the exercise-induced signal in
order to prevent protein synthesis from increasing. This phenomenon may exist to
provide a protective mechanism to help preserve cellular energy homeostasis during
low O2 supply when there is a reduced capacity for oxidative energy production
(Arsham et al, 2003; Boutilier, 2001). Thus, in times of hypoxic stress when ATP
availability is at a premium, increases in protein synthesis may be sacrificed post-RE
to spare the ATP necessitated by peptide elongation, therein preventing intracellular
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energy imbalance. The net chronic effect of this adaptation would be to promote
energy homeostasis and cell survival, at the expense of gains in muscle mass in
response to training.

Finally, the magnitude of change in MPS after RE in hypoxia was significantly
correlated with measured blood oxygen saturation, i.e. subjects with a smaller degree
of hypoxaemia retained their post-RE increase in MPS, whereas those with greater
declines in SpO2 demonstrated inhibited MPS after RE. This indicates the existence
of perhaps at least two types of individual; a responder and non-responder. Such a
‘responder, non-responder’ phenomenon, specifically in falls in SpO2, has been
postulated to exist amongst mountaineers to explain why some experience symptoms
of acute mountain sickness whilst others do not (Burtscher et al. 2008), and may at
least partially explain observations that the efficacy of exercise prescription varies
greatly between individuals during conditions of pathological hypoxaemia (Bernard
et al. 1999; Casaburi et al. 2004; Kongsgaard et al. 2004; Man et al. 2009). Whether
a similar pattern is present in healthy humans trained at altitude is unknown, though
inter-subject variations in the performance enhancing effects of hypoxic training
(Hoppeler et al. 2008; Mazzeo, 2008) and in hormonal / transcriptional changes to
resistance training in hypoxia (Friedmann et al. 2003) has been documented.
However, the mechanisms underlying this phenomenon are unknown. No correlation
was present between SpO2 and any of the signalling elements measured. It is
possible that individual differences in oxygen carrying capacity of the blood (i.e.
haemoglobin concentration and/or hematocrit), or in individual hyperventilatory
responses, may explain this effect, though as these variables were not measured here
this remains a plausible but as yet untested hypothesis.
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In conclusion, the acute onset of hypoxia leads to a significant decline in SpO2 which
does not result in reductions in MPS in the rested state. Thus levels of hypoxaemia
that are relevant to both various patient populations and healthy humans visiting
moderate altitude are unlikely to be directly responsible for the loss of muscle mass
experienced during these situations. After an acute RE bout, however, the increased
protein synthetic response present in normoxia is abolished during hypoxic exposure
in individuals that experience greater declines in SpO2 (i.e. ‘responders’). It is
proposed that this is part of an adaptive process in order to maintain cell energy
homeostasis and thus viability during times of hypoxic stress which likely, at least
partly, explains the blunted response to resistance training observed in conditions of
hypoxaemia.
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CHAPTER 6. GENERAL DISCUSSION

In addition to muscles’ primary function of force and power development, it is a
metabolic tissue central to the control of whole-body metabolism. Indeed, muscle
serves as the bodies’ largest protein store (Rooyackers and Nair, 1997), which can be
catabolised to provide the free amino acids for the synthesis of molecules required
by other parts of the body (e.g. Zhang et al. 2008b). Additionally, muscle contributes
to temperature regulation of the body (MacIntosh et al. 2006), and is the major site
of whole-body glucose uptake (Horowitz et al. 2001; Kraegen et al. 1990; Zierler,
1999). Muscle, therefore, not only serves mechanical functions but also contributes
to metabolic and energy homeostasis (Smith et al. 2008). As such, maintenance of
skeletal muscle is crucial to preserve contractile function, health and survival.
Moreover, hypertrophy and associated gains in muscle function (i.e. force and power
production) are vital for optimising performance in recreational and competitive
sportspersons.

As highlighted in section 1 and in the experimental chapters 3 – 5, there are a
number of gaps in the knowledge pertaining to how muscle is regulated. Thus, the
aim of the studies of this thesis was to investigate interactions between feeding,
exercise and environmental conditions on skeletal muscle function and metabolism.
Specifically, the present thesis aimed to: 1) determine the temporal relationship
between feeding and MPS / translational signalling, 2) investigate the effect of
protein feeding on muscle function and recovery after exercise and, 3) investigate
how resting MPS and exercise-induced increases in MPS are modulated by
decreased O2 availability.
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6.1. Principle findings

Chapter three is the first study to detail the temporal relationship between MPS and
anabolic signalling in response to an oral protein feed. It was shown that the rise and
subsequent fall in MPS after 48 g whey protein supplement follows a similar pattern
to that shown previously in response to constant intravenous infusion of AA (Bohé et
al. 2001), whereby myofibrillar and sarcoplasmic protein synthesis are
approximately tripled and doubled, respectively by 90 min. Furthermore, in accord
with the results of Bohé et al. (2001), a decline of protein synthesis rates to baseline
values by 180 min occurred despite continued elevated plasma and intracellular EAA
concentrations. Thus, the decline in MPS after feeding does not appear to be a result
of normalised plasma / intracellular AA availability. These data provide new support
for the existence of a ‘muscle full’ phenomenon in response to a single oral feed,
whereby muscle can gauge its capacity to synthesise new proteins even when the
activating stimulus remains.

Several studies in animals (Wang et al. 2005; Peyrollier et al. 2000) and humans
(Cuthbertson et al. 2005; Fujita et al. 2007) have implicated the mTORC1 signalling
pathway in regulating MPS in response to increasing AA availability, by showing
concurrent increases in phosphorylation of mTOR substrates and MPS. The results
presented here are also the first to provide temporal data on molecular signals and
MPS synchronously after feeding. Such information is necessary in order to
discriminate regulatory from non-regulatory signals of MPS. It was shown here that
the upswing in MPS is preceded by increases in phosphorylation of PKB and eIF4G,
though mirrored increased phosphorylation of p70S6K and 4EBP1. These findings
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suggest that the activation of PKB and eIF4G may be important in stimulating the
initial increase in MPS following a protein meal, and that increased phosphorylation
of p70S6K and 4EBP1 may be required for sustaining elevated MPS up to ~90 min.
Additionally, increased p70S6K, 4EBP1 and eIF4G phosphorylation outlasted
elevated MPS, thus providing the first evidence in humans to support reports in rats
that phosphorylation of mTOR signalling (p70S6K, 4EBP1 and eIF4G) remains
elevated after MPS has returned to basal values (Norton et al. 2009). This lack of
agreement between declines in MPS and translational signalling leave the
mechanism regulating the postprandial switch-off of MPS in question.

In chapter four the effects of a single oral protein meal on recovery of muscle
function and indirect indices of muscle damage after acute eccentric exercise were
reported. Post-exercise protein ingestion augmented recovery of muscle force and
power production during the DOMS period by 48 h, which was independent of
changes in plasma markers of muscle damage (i.e. creatine kinase and protein
carbonyl) and perceptions of muscle soreness. This suggests that acute protein
feeding may be an effective strategy for minimising the decrements in performance
after unfamiliar eccentric exercise bouts, which may be hypothesised to be a result of
increases in MPS and thus a faster rate of repair of contractile protein damage.
Recently, numerous studies have been published on this topic with conflicting
results. In accordance with the present findings, acute whey protein (25 g) intake was
shown to attenuate the loss of muscle force 6 h after acute resistance exercise
(Buckley et al. 2008). Similarly, isokinetic performance, plasma CK and muscle
soreness had recovered 48 h after exercise-induced muscle damage with acute postexercise CHO and protein ingestion (Cockburn et al. 2008).
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Conversely, White et al. (2008) showed no improvement in MVC, and no reduction
in CK concentrations or muscle soreness with acute CHO and protein ingestion after
eccentric leg exercise, though the supplement contained only 9 g whole protein (~4.5
g EAA), which is insufficient for maximal stimulation of MPS (Cuthbertson et al.
2005) and may not, therefore, induce full repair of contractile proteins (and thus
muscle function) following muscle-damage. Furthermore, Betts et al. (2009)
reported no improvement in isometric performance or reductions in CK
concentrations after 90 min shuttle-running with CHO and protein intake, though
this was only measured up to 24 h post-exercise which, as indicated by the present
results, is likely insufficient to observe any effect. Finally, Green et al. (2008) also
found reductions in MVC and increases in CK and muscle soreness were not
improved at 24, 48 and 72 h after eccentric-exercise when combined with CHO and
protein supplementation, although the lack of a cross-over study design plus small
subject numbers (n = 6 per group) may have masked any effect of protein on
recovery in this study. As such the precise effects of protein intake on muscle
recovery remain controversial.

However, despite the recent increase in studies investigating recovery from muscledamaging exercise with acute protein administration, this remains the only study to
have detailed the recovery of muscle power, as opposed to simple isometric
performance measures, during the DOMS period, which may have greater
applicability to activities of daily living / sporting events than isometric contractions
alone. Furthermore, without exception, studies investigating muscle recovery during
the 72 h DOMS period have administered combined CHO-protein supplements. As
such, this is the only study to date that allows discrimination of the effects of protein
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ingestion alone on recovery of muscle up to 72 h after exercise-induced damage,
independent of the potential influence of CHO.

Lastly, chapter five is the only study to have investigated the effects of reduced O2
supply on MPS and anabolic signalling at rest and after RE in humans. Numerous
authors have hypothesised that lowered O2 supply may contribute to the muscle
wasting observed in conditions of pathological and environmental hypoxia, via
hypoxia-mediated inhibition of protein synthesis (Hochachka et al. 1996; Hoppeler
and Vogt, 2001; Wüst and Degens, 2007). This notion has been supported by studies
in vitro demonstrating suppression of protein synthesis in mammalian cells under
hypoxic (<0.2% O2) conditions (Caron et al. 2009). Furthermore, a single study in
humans using indirect measures of MPS (i.e. leucine uptake into forearm muscle)
found MPS to be depressed during hypobaric hypoxia (Rennie et al. 1983).
However, the present results contradict these earlier studies in demonstrating that at
rest MPS is unaltered as a consequence of reduced muscle O2 supply alone, despite
increases in anabolic signalling (i.e. increased p70S6K and decreased ACC-β
phosphorylation). This discrepancy may be due to the severity of induced-hypoxia;
in vitro studies exclusively utilised either anoxia (Koumenis et al. 2002) or severe
hypoxia (Caron et al. 2009; Jibb and Richards, 2008; Lefebvre et al. 1993), and
Rennie and colleagues employed hypobaric hypoxia which stimulates significantly
greater reductions in muscle O2 supply than the normobaric hypoxia used presently
(Rennie et al. 1983; Savourey et al. 2003). It may, therefore, be postulated that a
greater degree of hypoxia is necessary to repress MPS, which would comply with
observations that muscle wasting worsens with increasing altitudes (see section
1.4.2.1.), and with findings that leucine absorption and cumulative oxidation are
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reduced in Bolivian children at high altitude (altitude and % oxygen) when compared
with a lower altitude (altitude and % oxygen) group (San Miguel et al. 2002).
Nevertheless, the results presented in chapter five demonstrate that levels of
hypoxaemia relevant to both pathological hypoxia and altitudes frequently visited by
alpine athletes do not lead to acute perturbations in MPS, therein dismissing earlier
hypotheses that reduced O2 supply may underlie muscle wasting in these conditions.
Thus, wasting in hypoxaemic conditions may arise from changes in either delivery,
digestion or absorption of nutrients, or from other metabolic consequences of high
altitude, for example changes in MPB to rates exceeding those of MPS.

Despite the absence of a change in MPS at rest, after acute RE in hypoxia the
increases in MPS observed after RE in normoxia are abolished, despite comparable
increases in anabolic signalling. Thus, reduced O2 supply may underlie observations
of blunted hypertrophic responses to resistance training in pathological (Casaburi et
al. 2004; Kongsgaard et al. 2004) and environmental (Mizuno et al. 2008; Narici and
Kayser, 1995; Oelz et al. 1986) conditions of hypoxia. Interestingly, the MPS
response after RE in hypoxia correlated with the magnitude of decrease in SpO2,
suggesting the existence of a ‘responder, non-responder’ phenomenon whereby those
that experienced greater declines in SpO2 demonstrated blunted increases in MPS
post-RE compared to those who experience lower levels of hypoxaemia that
maintain the capacity to increase MPS after RE. Though speculative, these
observations provide evidence that hypoxia may account for the variable efficacy of
exercise training programs as a countermeasure to muscle wasting and loss of
functional ability in clinical conditions of hypoxia (Bernard et al. 1999; Casaburi et
al. 2004; Kongsgaard et al. 2004; Man et al. 2009), and why hypoxic training
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programs do not consistently lead to improvements in muscle performance in athletic
populations (Hoppeler et al. 2008; Mazzeo, 2008). However, given the lack of
correlation between SpO2 and phosphorylation of any of the signalling proteins
measured, the mechanisms underlying this response remain to be determined.

6.2. Practical applications of findings

6.2.1. Chapter three
The results reported in chapter three may have important implications for designing
optimal nutritional strategies in hospitalised patients and in prescribing dietary
recommendations to the elderly; the effectiveness of which depends on maximising
the anabolic effects of food. It is clear from the present results and those reported
previously (Bohé et al. 2001) that there is a limit to the extent that MPS can be
stimulated following the onset of AA provision i.e., muscle becomes ‘full’ of
protein. This finding calls into question the efficacy of administering constant
infusion of nutrients (e.g. in patients receiving total parenteral nutrition; TPN), since
after ~90 min MPS is switched-off despite continued AA availability. As such, while
it remains unclear how long the latent period is before MPS can be re-stimulated by
food, ‘pulse feeding’ (i.e. intermittent nutrient boluses throughout the diurnal cycle)
may represent a more effective strategy of feeding those for whom nutrition need to
be optimised. Similarly, dietary prescriptions for the elderly who display blunted
MPS responses to feeding (Cuthbertson et al. 2005) may benefit from repeated
maximal stimulation of MPS by pulse feeding.
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6.2.2. Chapter four
The efficacy of exercise training for increasing muscle mass and function is well
documented in healthy individuals (reviewed in Phillips, 2009; Roig et al. 2009), the
elderly (Evans and Campbell, 1993; Koopman and van Loon, 2009; Little and
Phillips, 2009) and in numerous patient groups such as diabetes and obesity
(Tresierras and Balady, 2009; Willey and Singh, 2003). The resulting increases in
mobility are associated with improved quality of life and maintained independence
(Yeom et al. 2009). In order to maximise these benefits, strategies may be employed
that aim to optimise the muscle mass and functional gains of training. In accordance
with the results of chapter four, supplemental dietary protein ingested immediately
after exercise may attenuate the functional declines commonly experienced during
the 72 h DOMS period, which are similar between young (~19 yr) and elderly (~70
yr) individuals (Lavender and Nosaka, 2006). Consequently, higher workloads may
be performed during subsequent exercise bouts, thus maximising the positive effects
on muscle of exercise training. Moreover, adherence to prescribed physical activity
programs is low, due in part to the occurrence of negative symptoms associated with
DOMS (Ary et al. 1986; Jones et al. 2007). Thus, by minimising reductions in the
ability to perform activities of daily living, negative perceptions of exercise would be
lowered; potentially increasing rates of adherence to training programs. Additionally,
athletes training for competition are required to maintain optimised levels of work
output during training in order to maximise improvements in performance. Protein
supplementation may, therefore, be an effective strategy for minimising functional
declines after exercise, particularly following exercise bouts containing a large
eccentric component such as plyometric or heavy resistance exercise.
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6.2.3. Chapter five
The blunted MPS response to RE in hypoxia reported in chapter five suggest that
reduced O2 supply is an important contributor to blunted hypertrophic responses to
RE training observed in sportspersons training at altitude, as well as in the many
clinical conditions characterised by chronic reductions in muscle O2 supply. As such,
provision of supplemental O2 during RE in these conditions may be beneficial in
reinstating muscles’ ability to synthesise new proteins after RE. If effective, such a
strategy may, over time, allow attainment of the muscle mass and functional benefits
of resistance training seen under normoxic conditions. Such an effect would lead to
improvements in performance for athletes training and competing at altitude, thus
providing an advantage over rival competitors that do not utilise supplemental O2. It
may also lead to improvements in adaptations to training in pathologically
hypoxaemic patients. Furthermore, the observation that the level of blunting of MPS
is correlated with extant SpO2, suggests that exercise prescription and intervention
strategies (e.g. supplemental O2 provision) should be tailored to the individual.

6.3. Future research directions

In order to further our understanding of the regulation of MPS by feeding future
studies should aim to, a) determine how quickly MPS can be re-stimulated following
the decline in MPS after an initial protein feed so that nutritional strategies can be
optimised, b) investigate the functional significance of increases in anabolic
signalling outlasting elevated MPS, which may include allowing quicker MPS
responses to subsequent feeding, or conversely a de-sensitisation of the protein
synthetic machinery to subsequent feeds, c) investigate how this relates to the
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method employed for administration of AA, i.e. the chronic effects of ‘pulse’ feeding
versus TPN on muscle mass and function, d) investigate additional molecular
mechanisms regulating the increase in MPS after feeding, such as eIF4F assembly
and / or polyribosome clustering and, e) investigate which mechanisms control the
decline in MPS after 90 min, which may include metabolite accumulation resulting
from deamination of excess amino acids in the cell.

Following from the findings reported in chapter four, future work should focus on
measuring performance and muscle soreness / damage with protein ingestion over
the course of a more extensive training program in order to determine the efficacy of
chronic supplemental protein. Similarly, the acute and chronic effects of postexercise protein ingestion in those more likely to experience accelerated muscle
wasting (for example, elderly and / or immobilised individuals) should be studied.
The mechanism by which protein intake improves recovery of PPO and MVC during
DOMS, focusing on the role of augmented amino acid availability on myofibrillar
protein synthesis and / or protein breakdown and anabolic signalling should also be
examined. Furthermore, future studies should aim to define whether there exist any
specific effects of CHO versus protein intake on recovery of muscle function,
perceptions of soreness and muscle damage markers.

Lastly, as an adjunct to the findings reported in chapter five, future studies should
focus on, a) understanding the mechanisms underlying the apparent ‘responder nonresponder’ phenomenon of MPS to environmental hypoxia, which may include
variations in haematocrit, haemoglobin concentrations or hyperventilatory responses
to hypoxia, b) investigating the intracellular mechanisms that appear to prevent MPS
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from increasing despite augmented mTOR signalling, both at rest and after acute RE
(for example, reduced ATP availability for peptide bonding, or alternative molecular
signals that ‘override’ that maintained increases in mTOR signalling), c) detailing
the chronic adaptations of protein synthesis, anabolic signalling and ultimately
muscle mass and function to hypoxia at rest and with resistance training under
tightly controlled conditions, in both conditions of environmental and pathological
hypoxia, d) the response of protein breakdown to acute and chronic hypoxia in order
to determine the role of protein degradation in maintaining / losing muscle mass
during hypoxia and, e) determining, both acutely and chronically, the effects of
supplemental O2 in hypoxaemic / ischaemic conditions administered during and / or
after RE on MPS, MPB and ultimately muscle mass and function.

6.4. Conclusion

Collectively, work in this thesis has increased current understanding of how skeletal
muscle is regulated by key modulators of protein metabolism i.e., nutrition, exercise
and hypoxia. First, a single oral protein bolus stimulates a biphasic response to food
before returning to basal values after ~90 min, despite continued AA availability and
maintained increased anabolic signalling. Temporal evidence is also provided as to
the molecular signals that may be regulating the increase in MPS after feeding.
Second, the functional applicability of protein ingestion was demonstrated after an
acute muscle-damaging exercise bout, in the form of increased recovery of MVC and
PPO 48 h post-exercise. Thirdly, reductions is O2 supply has been demonstrated as
an important regulator of MPS following acute RE, whereby RE-mediated increases
in MPS are abolished over 2.5 h. Taken together, these findings have important
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implications in the development and application of interventions aimed at
maintaining / increasing muscle mass and function in both athletic and clinical
populations.

119

CHAPTER 7. REFERENCES

Abdelmalki, A., Fimbel, S., Mayet-Sornay, M.H., Sempore, B. and Favier, R.
(1996). Aerobic capacity and skeletal muscle properties of normoxic and hypoxic
rats in response to training. Pflugers Archives, 431(5): 671-679.
Abraham, W.M. (1977). Factors in delayed muscle soreness. Medicine and Science
in Sports and Exercise, 9: 11-20.
Abraham, W.M. (1979). Exercise-induced muscle soreness. Physician and Sports
Medicine, 7: 57-60.
ACSM. (1998). ACSM Position Stand: The Recommended Quantity and Quality of
Exercise for Developing and Maintaining Cardiorespiratory and Muscular Fitness,
and Flexibility in Healthy Adults. Medicine and Science in Sports and Exercise,
30(6): 975-991.
Adegoke, O.A., Chevalier, S., Morais, J.A., Gougeon, R., Kimball, S.R., Jefferson,
L.S., Wing, S.S. and Marliss, E.B. (2009). Fed-state clamp stimulates cellular
mechanisms of muscle protein anabolism and modulates glucose disposal in normal
men. American Journal of Physiology: Endocrinology and Metabolism, 296(1):
E105-E113.
Alam, I., Lewis, K., Stephens, J.W. and Baxter, J.N. (2007). Obesity, metabolic
syndrome and sleep apnoea: all pro-inflammatory states. Obesity Reviews, 8(2): 119127.
Allen, D.G., Whitehead, N.P. and Yeung, E.W. (2005). Mechanisms of stretchinduced muscle damage in normal and dystrophic muscle: role of ionic changes.
Journal of Physiology, 567: 723–735.
Andreas, S., Anker, S.D., Scanlon, P.D. and Somers, V.K. (2005). Neurohumoral
activation as a link to systemic manifestations of chronic lung disease. Chest, 128:
3618–3624.
Anholm, J.D., Powles, A.C., Downey, R 3rd., Houston, C.S., Sutton, J.R., Bonnet,
M.H. and Cymerman, A. (1992). Operation Everest II: arterial oxygen saturation and
sleep at extreme simulated altitude. American Review of Respiratory Disease, 145
(4): 817-826.
Anthony, J. C., Anthony, T. G., Kimball, S. R., Vary, T. C. and Jefferson, L. S.
(2000a). Orally administered leucine stimulates protein synthesis in skeletal muscle
of post-absorptive rats in association with increased eIF4F formation. Journal of
Nutrition, 130: 139–145.
Anthony, J. C., Lang, C. H., Crozier, S. J., Anthony, T. G., MacLean, D. A., Kimball,
S. R. and Jefferson, L. S. (2002b). Contribution of insulin to the translational control
of protein synthesis in skeletal muscle by leucine. American Journal of Physiology:
Endocrinology and Metabolism, 282: E1092–E1101.
120

Anthony, J.C., Yoshizawa, F., Anthony, T.G., Vary, T.C., Jefferson, L.S. and
Kimball, S.R. (2000b). Leucine stimulates translation initiation in skeletal muscle of
postabsorptive rats via a rapamycin-sensitive pathway. Journal of Nutrition, 130(10):
2413-2419.
Aravindan, N., Aravindan, S., Shanmugasundaram, K. and Shaw, A.D. (2007).
Periods of systemic partial hypoxia induces apoptosis and inflammation in rat
skeletal muscle. Molecular and Cellular Biochemistry, 302(1-2): 51-58.
Armstrong, R.B. (1984). Mechanisms of exercise-induced delayed onset muscular
soreness: a brief review. Medicine and Science in Sports and Exercise, 16: 529–538.
Arsham, A.M., Howell, J.J. and Simon, M.C. (2003). A novel hypoxia-inducible
factor-independent hypoxic response regulating mammalian target of rapamycin and
its targets. Journal of Biological Chemistry, 278: 29655-29660.
Ary, D.V., Toobert, D., Wilson, W. and Glasgow, R.E. (1986). Patient perspective
on factors contributing to nonadherence to diabetes regimen. Diabetes Care, 9(2):
168-172.
Assmussen, E. (1956). Observations on experimental muscle soreness. Acta
Rheumatologica Scandinavica, 1: 109-116.
Atherton, P.J., Babraj, J.A., Smith, K., Singh, J., Rennie, M.J. and Wackerhage, H.
(2005). Selective activation of AMPK-PGC-1a or PKB-TSC2-mTOR signalling can
explain specific adaptive responses to endurance or resistance training-like electrical
muscle stimulation. FASEB Journal, 19: 786–788.
Atherton, P.J., Smith, K., Etheridge, T., Rankin, D. and Rennie, M.J. (2009). Distinct
anabolic signalling responses to amino acids in C2C12 skeletal muscle cells. Amino
Acids, Epub ahead of print.
Avruch, J., Belham, C., Weng, Q., Hara, K. and Yonezawa, K. (2001). The p70 S6
kinase integrates nutrient and growth signals to control translational capacity.
Progress in Molecular and Subcellular Biology, 26: 115–154.
Baar, K. and Esser, K. (1999). Phosphorylation of p70(S6k) correlates with increased
skeletal muscle mass following resistance exercise. American Journal of Physiology:
Cell Physiology, 276: C120–C127.
Baar, K., Nader, G. and Bodine, S. (2006). Resistance exercise, muscle
loading/unloading and the control of muscle mass. Essays in Biochemistry, 42: 6174.
Babraj, J.A., Cuthbertson, D.J., Smith, K., Langberg, H., Miller, B., Krogsgaard,
M.R., Kjaer, M. and Rennie, M.J. (2005). Collagen synthesis in human
musculoskeletal tissues and skin. American Journal of Physiology: Endocrinology
and Metabolism, 289(5): E864-E869.

121

Barnhart, B.C., Lam, J.C., Young, R.M., Houghton, P.J., Keith, B. and Celeste, M.
(2008). Effects of 4E-BP1 expression on hypoxic cell cycle inhibition and tumor cell
proliferation and survival. Cancer Biology and Therapy, 7(9): 1441-1449.
Barthèlemy, P., Bregeon, F., Zattara-Hartmann, M.C., Humbert-Tena, C. and
Jammes, Y. (2001). The changes in leg blood flow during and after mild or severe
hypoxaemia in healthy humans. Clinical Physiology, 21(3): 308-315.
Bartsch, P. and Saltin, B. (2008). General introduction to altitude adaptation and
mountain sickness. Scandinavian Journal of Medicine and Science in Sports,
18(Suppl 1): 1-10.
Bassel-Duby, R. And Olsen, E.N. (2006). Signaling pathways in skeletal muscle
remodelling. Annual Review of Biochemistry, 75: 19-37.
Bates, P.C. and Millward, D.J. (1983). Myofibrillar protein turnover: synthesis rates
of myofibrillar and sarcoplasmic protein fractions in different muscles and the
changes observed during postnatal development and in response to feeding and
starvation. Biochemical Journal, 214: 587-592.
Beevers, C.S., Chen, L., Liu, L., Luo, Y., Webster, N.J. and Huang, S. (2009).
Curcumin disrupts the mammalian target of rapamycin-raptor complex. Cancer
Research, 69(3): 1000-1008.
Belcastro, A., Shewchuk, L. and Raj, D. (1998). Exercise-induced muscle injury: a
calpain hypothesis. Molecular and Cellular Biology, 179: 135-145.
Bell, J.A., Fujita, S., Volpi, E., Cadenas, J.G. and Rasmussen, B.B. (2005). Shortterm insulin and nutritional energy provision do not stimulate muscle protein
synthesis if blood amino acid availability decreases. American Journal of Physiology:
Endocrinology and Metabolism, 289: E999–E1006.
Bennet, W.M., Connacher, A.A., Scrimgeour, C.M. and Rennie, M.J. (1990). The
effect of amino acid infusion on leg protein turnover assessed by L[15N]phenylalanine and L-[13C]leucine exchange. European Journal of Clinical
Investigation, 20: 37–46.
Bennet, W.M., Connacher, A.A., Smith, K., Jung, R.T. and Rennie, M.J. (1990).
Inability to stimulate skeletal muscle or whole body protein synthesis in type 1
(insulindependent) diabetic patients by insulin-plus-glucose during amino acid
infusion: studies of incorporation and turnover of tracer L-[1-13C]leucine.
Diabetologia, 33: 43–51.
Bennet, W.M., Connacher, A.A., Scrimgeour, C.M., Smith. K. and Rennie, M.J.
(1989). Increase in anterior tibialis muscle protein synthesis in healthy men during
mixed amino acid infusion: studies of incorporation of [l-13C]leucine. Clinical
Science (Lon), 76: 447-454.

122

Berchtold, M.W., Brinkmeier, H. And Müntener, M. (2000). Calcium ion in skeletal
muscle: its crucial role for muscle function, plasticity, and disease. Physiological
Reviews, 80(3): 1215-1264.
Bergstrom J., Fürst, P., Noree, L.O. and Vinnars, E. (1974). Intracellular free amino
acid concentration in human muscle tissue. Journal of Applied Physiology, 36: 693697.
Bergstrom, J., Fürst, P. and Vinnars, E. (1990). Effect of a test meal, without and
with protein, on muscle and plasma free amino acids. Clinical Science (London),
79(4): 331-337.
Bernard, S., LeBlanc, P., Whittom, F., Carrier, G., Jobin, J., Belleau, R. and Maltais,
F. (1998). Peripheral muscle weakness in patients with chronic obstructive
pulmonary disease. American Journal of Respiratory and Critical Care Medicine,
158(2): 629-634.
Betts, J.A., Toon, R.J., Stokes, K.A. and Thompson, D. (2009). Systemic indices of
skeletal muscle damage and recovery of muscle function after exercise: effect of
combined carbohydrate-protein ingestion. Applied Physiology, Nutrition and
Metabolism, 34(4): 773-784.
Beugnet, A., Tee, A.R., Taylor, P.M. and Proud, C.G. (2003). Regulation of targets
of mTOR (mammalian target of rapamycin) signalling by intracellular amino acid
availability. Biochemical Journal, 372: 555-566.
Bi, M., Naczki, C., Koritzinsky, M., Fels, D., Blais, J., Hu, N., Harding, H., Novoa,
I., Varia, M., Raleigh, J., Scheuner, D., Kaufman, R.J., Bell, J., Ron, D., Wouters,
BG. and Koumenis, C. (2005). ER stress-regulated translation increases tolerance to
extreme hypoxia and promotes tumor growth. European Molecular Biology
Organisation Journal, 24: 3470–3481.
Biolo, G., Fleming, R.Y.D. and Wolfe, R.R. (1995a). Physiologic hyperinsulinemia
stimulates protein synthesis and enhances transport of selected amino acids in human
skeletal muscle. Journal of Clinical Investigation, 95: 811–9.
Biolo, G., Maggi, S.P., Williams, B.D., Tipton, K.D. and Wolfe, R.R. (1995b).
Increased rates of muscle protein turnover and amino acid transport after resistance
exercise in humans. American Journal of Physiology: Endocrinology and
Metabolism, 268: E514–E520.
Biolo, G., Tipton, K.D., Klein, S. and Wolfe, R.R. (1997). An abundant supply of
amino acids enhances the metabolic effect of exercise on muscle protein. American
Journal of Physiology: Endocrinology and Metabolism, 273: E122–E129.
Blaisdell, F.W. (2002). The pathophysiology of skeletal muscle ischemia and the
reperfusion syndrome: a review. Cardiovascular Surgery, 10(6): 620-630.
Bodine, S.C., Stitt, T.N., Gonzalez, M., Kline, W.O., Stover, G.L., Bauerlein, R.,
Zlotchenko, E., Scrimgeour, A., Lawrence, J.C., Glass, D.J. and Yancopoulos, G.D.
123

(2001). Akt/mTOR pathway is a crucial regulator of skeletal muscle hypertrophy
and can prevent muscle atrophy in vivo. Nature Cell Biology, 3: 1014–1019.
Bohé, J., Low, A, Wolfe, R.R. and Rennie, M.J. (2003). Human muscle protein
synthesis is modulated by extracellular, not intramuscular amino acid availability: a
dose-response study. Journal of Physiology, 552(1): 315-324.
Bohé, J., Low, J.F., Wolfe, R.R., and Rennie, M.J. (2001). Latency and duration of
stimulation of human muscle protein synthesis during continuous infusion of amino
acids. Journal of Physiology, 532: 575-579.
Boirie, Y., Gachon, P., Cordat, N., Ritz, P. and Beaufrere, B. (2001). Differential
insulin sensitivities of glucose, amino acid, and albumin metabolism in elderly men
and women. Journal of Clinical Endocrinology and Metabolism, 86: 638–644.
Bolster, D.R., Kubica, N., Crozier, S.J., Williamson, D.L., Farrell, P.A., Kimball,
S.R. and Jefferson, L.S. (2003). Immediate response of mammalian target of
rapamycin (mTOR)- mediated signalling following acute resistance exercise in rat
skeletal muscle. Journal of Physiology, 553: 213–220.
Bolster, D.R., Vary, T.C., Kimball, S.R. and Jefferson, L.S. (2004). Leucine
regulates translation initiation in rat skeletal muscle via enhanced eIF4G
phosphorylation. Journal of Nutrition, 134(7): 1704-1710.
Borsheim, E., Tipton, K.D., Wolf, S.E., and Wolfe, R.R. (2002). Essential amino
acids and muscle protein recovery from resistance exercise. American Journal of
Physiology: Endocrinology and Metabolism, 283: E648–E657.
Borsheim, E., Cree, M.G., Tipton, K.D., Elliot, T.A., Aarsland, A. and Wolfe, R.R.
(2004). Effect of carbohydrate intake on net muscle protein synthesis during
recovery from resistance exercise. Journal of Applied Physiology, 96: 674–678.
Boutilier, R.G. (2001). Mechanisms of cell survival in hypoxia and hypothermia.
The Journal of Experimental Biology, 204: 3171-3181.
Boyer, S.J. and Blume, F.D. (1984). Weight loss and changes in body composition at
high altitude. Journal of Applied Physiology, 57: 1580-1585.
Bradwell, A.R., Dykes, P.W., Coote, J.H., Forster, P.J.E., Milles, J.J., Chesner, I. and
Richardson, N.V. (1986). Effect of acetazolamide on exercise performance and
muscle mass at high altitude. Lancet, 1: 1001-1005.
Brahimi-Horn, M.C., Chiche, J. and Pouyssegur, J. (2007). Hypoxia signalling
controls metabolic demand. Current Opinion in Cell Biology, 19(2): 223-229.
Brash, P.D., Foster, J., Vennart, W., Anthony, P. and Tooke, J.E. (1999). Magnetic
resonance imaging techniques demonstrate soft tissue damage in the diabetic foot.
Diabetic Medicine, 16(1): 55-61.

124

Braun, W.A. and Dutto, D.J. (2003). The effects of a single bout of downhill running
and ensuing delayed onset of muscle soreness on running economy performed 48 h
later. European Journal of Applied Physiology, 90: 29–34.
Breen, E., Tang, K., Olfert, M., Knapp, A. and Wagner, P. (2008). Skeletal muscle
capillarity during hypoxia: VEGF and its activation. High Altitude Medicine and
Biology, 9(2): 158-166.
Broekhuizen, R., Grimble, R.F., Howell, W.M., Shale, D.J., Creutzberg, E.C.,
Wouters, E.F. and Schols, A.M. (2005). Pulmonary cachexia, systemic inflammatory
profile, and the interleukin 1β -511 single nucleotide polymorphism. American
Journal of Clinical Nutrition, 82: 1059–1064.
Brown, S.J., Child, R.B., Day, S.H. and Donnelly, A.E. (1997). Indices of skeletal
muscle damage and connective tissue breakdown following eccentric muscle
contractions. European Journal of Applied Physiology and Occupational
Physiology, 75(4): 369-374.
Browne, G.J. and Proud, C.G. (2002). Regulation of peptide-elongation in
mammalian cells. European Journal of Biochemistry, 269: 5360–5368.
Brugarolas, J., Lei, K., Hurley, R.L., Manning, B.D., Reiling, J.H., Hafen, E.,
Witters, L.A., Ellisen, L.W. and Kaelin Jr., W.G. (2004). Regulation of mTOR
function in response to hypoxia by REDD1 and the TSC1/TSC2 tumor suppressor
complex Genes and Development, 18: 2893-2904.
Buckley, J.D., Thomson, R.L., Coates, A.M., Howe, P.R., Denichilo, M.O. and
Rowney, M.K. (2008). Supplementation with a whey protein hydrolysate enhances
recovery of muscle force-generating capacity following eccentric exercise. Journal
of Science and Medicine in Sport, Epub ahead of print.
Burd, N.A., Tang, J.E., Moore, D.R. and Phillips, S.M. (2009). Exercise training and
protein metabolism: influences of contraction, protein intake, and sex-based
differences. Journal of Applied Physiology, 106: 1692-1701.
Burtscher, M., Szubski, C. and Faulhaber, M. (2008). Prediction of the susceptibility
to AMS I nsimulated altitude. Sleep Breath, 12(2): 103-108.
Buss, H., Chan, T.P., Sluis, K.B., Domigan, N.M. and Winterbourn, C.C. (1997).
Protein carbonyl measurement by a sensitive ELISA method. Free Radical Biology
and Medicine, 23: 361–366.
Butterfield, G.E. (1990). Elements of energy balance at altitude. In: Hypoxia, the
Adaptations, Ed. J.R. Sutton, G. Coates and J.E. Remmers. Burlington, Ontario,
Canada: Decker, p. 88-93.
Buttgereit, F. and Brand, M.D. (1995). A hierarchy of ATP-consuming processes in
mammalian cells. Biochemical Journal, 312: 163-167.

125

Byfield, M.P., Murray, J.T. and Backer, J.M. (2005). hVps34 is a nutrient-regulated
lipid kinase required for activation of p70, S6 kinase. Journal of Biological
Chemistry, 280, 33076–33082.
Cai, S.L., Tee, A.R., Short, J.D., Bergeron, J.M., Kim, J., Shen, J., Guo, R., Johnson,
C.L., Kiguchi, K. and Walker, C.L. (2006). Activity of TSC2 is inhibited by AKTmediated phosphorylation and membrane partitioning. Journal of Cell Biology,
173(2): 279-289.
Campos, G.E., Luecke, T.J., Wendeln, H.K., Toma, K., Hagerman, F.C., Murray,
T.F., Ragg, K.E., Ratamess, N.A., Kraemer, W.J. and Staron, R.S. (2002). Muscular
adaptations in response to three different resistance-training regimens: specificity of
repetition maximum training zones. European Journal of Applied Physiology, 88(12): 50-60.
Capla, J.M., Grogan, R.H., Callaghan, M.J., Galiano, R.D., Tepper, O.M., Ceradini,
D.J. and Gurtner, G.C. (2007). Diabetes impairs endothelial progenitor cell-mediated
blood vessel formation in response to hypoxia. Plastic and Reconstructive Surgery,
119(1): 59-70.
Caquelard, F., Burnet, H., Tagliarini, F., Cauchy, E., Richalet, J.P. and Lammes, Y.
(2000). Effects of prolonged hypobaric hypoxia on human skeletal muscle function
and electromyographic events. Clinical Sciences (Lond.), 98(3): 329-337.
Carey, P.E., Halliday, J., Snaar, J.E., Morris, P.G. and Taylor, R. (2003). Direct
assessment of muscle glycogen storage after mixed meals in normal and type 2
diabetic subjects. American Journal of Physiology: Endocrinology and Metabolism,
284(4): E688-E694.
Carlberg, U., Nilsson, A. and Nyg_ard, O. (1990). Functional properties of
phosphorylated elongation factor 2. European Journal of Biochemistry, 191: 639–
645.
Caron, M.A., Theriault, M.E., Pare, M.E., Maltais, F. and Debigare, R. (2009).
Hypoxia alters contractile protein homeostasis in L6 myotubes. FEBS Letters,
583(9): 1528-1534.
Carpinelli, R.N. (2002). Berger in retrospect: effect of varied weight training
programmes on strength. British Journal of Sports Medicine, 36: 319-324.
Casaburi, R., Bhasin, S., Cosentino, L., Porszasz, J., Somfay, A., Lewis, M.I.,
Fournier, M. and Storer, T.W. (2004). Effects of testosterone and resistance training
in men with chronic obstructive pulmonary disease. American Journal of
Respiratory and Critical Care Medicine, 170(8): 870-878.
Cerretelli, P. (1992). Muscle energetics and ultrastructure in chronic hypoxia.
Respiration, 59(Suppl. 2): S24-29.
Chasens, E.R. (2007). Obstructive sleep apnea, daytime sleepiness, and type 2
diabetes. The Diabetes Educator, 33: 475.
126

Chavez, A., Miranda, L.F., Pichiule, P. and Chavez, J.C. (2008). Mitochondria and
hypoxia-induced gene expression mediated by hypoxia-inducible factors. Annals of
the New York Academy of Sciences, 1147: 312-320.
Cheng, K.N., Dworzak, F., Ford, G.C., Rennie, M.J. and Halliday, D. (1985). Direct
determination of leucine metabolism and protein breakdown in humans using L-[113
C, 15N]-leucine and the forearm model. European Journal of Clinical
Investigation, 15: 349–354.
Cheng, S.W., Fryer, L.G., Carling, D. and Shepherd, P.R. (2004). Thr2446 is a novel
mammalian target of rapamycin (mTOR) phosphorylation site regulated by nutrient
status. Journal of Biological Chemistry, 279(16): 15719-15722.
Chesley, A., MacDougall, J.D., Tarnopolsky, M.A., Atkinson, S.A. and Smith, K.
(1992). Changes in human muscle protein synthesis after resistance exercise. Journal
of Applied Physiology, 73: 1383–1388.
Cheung, K., Hume, P. and Maxwell, L. (2003). Delayed onset muscle soreness:
treatment strategies and performance factors. Sports Medicine, 33: 145–164.
Chiang, A.A. (2006). Obstructive sleep apnea and chronic intermittent hypoxia: a
review. Chinese Journal of Physiology, 49(5): 234-243.
Ciccone, C.D., Leggin, B.G. and Callamaro, J.J. (1991). Effects of ultrasound and
trolamine salicylate phonopheresis on delayed onset muscle soreness. Physical
Therapy, 71: 666–678.
Clarkson, P., Nosaka, K. and Braun, B. (1992). Muscle function after exerciseinduced muscle damage and rapid adaptation. Medicine and Science in Sports and
Exercise, 24: 512–520.
Clause, D., Detry, B., Rodenstein, D. and Liistro, G. (2008). Stability of
oxyhemoglobin affinity in patients with obstructive sleep apnea-hypopnea syndrome
without daytime hypoxemia. Journal of Applied Physiology, 105: 1809-1812.
Close, G.L., Ashton, T., Cable, T., Doran, D., Noyes, C., McArdle, F. and MacLaren,
D.P. (2005). Effects of dietary carbohydrate on delayed onset muscle soreness and
reactive oxygen species after contraction induced muscle damage. British Journal of
Sports Medicine, 39: 948–953.
Cobb, C., deVries, H., Urban, R., Luekens, C. and Bugg, R. (1975). Electrical
activity in muscle pain. American Journal of Physical Medicine, 54:80-87.
Cockburn, E., Hayes, P.R., French, D.N., Stevenson, E. and St Clair Gibson, A.
(2008). Acute milk-based protein-CHO supplementation attenuates exrcise-induced
muscle damage. Applied Physiology, Nutrition and Metabolism, 33(4): 775-783.
Consolazio, C.F., Matoush, L.O., Johnson, H.L. and Daws, T.A. (1968). Protein and
water balance of young adults during prolonged exposure to high altitude (4300 m).
American Journal of Clinical Nutrition, 21: 154-161.
127

Coombes, J.S. and McNaughton, L.R. (2000). Effects of branchedchain amino acid
supplementation on serum creatine kinase and lactate dehydrogenase after prolonged
exercise. Journal of Sports Medicine and Physical Fitness, 40: 240–246.
Corradetti, M.N. and Guan, K.L. (2006). Upstream of the mammalian target of
rapamycin: do all roads pass through mTOR? Oncogene, 25(48): 6347-6360.
Crameri, R.M., Aagaard, P., Qvortrup, K., Langberg, H., Olesen, J. and Kjaer, M.
(2007). Myofibre damage in human skeletal muscle: effects of electrical stimulation
versus voluntary contraction. Journal of Physiology, 583(1): 365-380.
Crameri, R.M., Langberg, H., Magnusson, P., Jensen, C.H., Schroder, H.D., Olesen,
J.L., Suetta, C., Teisner, B. and Kjaer, M. (2004a). Changes in satellite cells in
human skeletal muscle after a single bout of high intensity exercise. Journal of
Physiology, 558: 333–340.
Crameri, R.M., Langberg, H., Teisner, B., Magnusson, P., Daa Schroder, H., Olesen,
J.L., Jensen, C.H., Koskinen, S., Suetta, C. and Kjaer, M. (2004b). Enhanced
procollagen processing in skeletal muscle after a single bout of eccentric loading in
humans. Matrix Biology, 23: 259-264.
Crozier, S.J., Kimball, S.R., Emmert, S.W., Anthony. J.C. and Jefferson, L.S. (2005).
Oral leucine administration stimulates protein synthesis in rat skeletal muscle.
Journal of Nutrition, 135: 376–82.
Cuthbertson, D., Smith, K., Babraj, J., Leese, G., Waddell, T., Atherton, P.,
Wackerhage, H., Taylor, P.M. and Rennie, M.J. (2005). Anabolic signaling deficits
underlie amino acid resistance of wasting, aging muscle. FASEB J, 19: 422–424.
Davies, H. and Gazetopoulos, N. (1981). Dyspnea in cyanotic heart disease. British
Heart Journal, 27:28-41.
Debigare, R. and Maltais, F. (2008). The major limitation to exercise performance in
COPD is lower limb muscle dysfunction. Journal of Applied Physiology, 105(2):
751-753.
Degens, H., Sanchez Horneros, J.M. and Hopman, M.T. (2006). Acute hypoxia
limits endurance but does not affect muscle contractile properties. Muscle Nerve,
33(4): 532-537.
Dehne, N., Kerkweg, U., Otto, T. and Fandrey, J. (2007). The HIF-1 response to
simulated ischemia in mouse skeletal muscle cells neither enhances glycolysis nor
prevents myotube cell death. American Journal of Physiology: Regulatory,
Integrative and Comparative Physiology, 293(4): R1693-R1701.
Deldicque, L., Atherton, P., Patel, R., Theisen, D., Nielens, H., Rennie, M.J. and
Francaux, M. (2008). Effects of resistance exercise with and without creatine
supplementation on gene expression and cell signaling in human skeletal muscle.
Journal of Applied Physiology, 104: 371–378.

128

DeLorey, D.S., Shaw, C.N., Shoemaker, J.K., Kowalchuk, J.M. and Paterson, D.H.
(2004). The effect of hypoxia on pulmonary O2 uptake, leg blood flow and muscle
deoxygenation during single-leg knee-extension exercise. Experimental Physiology,
89(3): 293-302.
De Palma, S., Ripamonti, M., Vigano, A., Moriggi, M., Capitanio, D., Samaja, M.,
Milano, G., Cerretelli,P., Wait, R. and Gelfi, C. (2007). Metabolic modulation
induced by chronic hypoxia in rats using a comparative proteomic analysis of
skeletal muscle tissue. Journal of Proteome Research, 6(5): 1974-1984.
deVries, H.A. (1961). Electromyographic observations on the effects of static stretch
upon muscular distress. Research Quarterly, 32: 468-479.
deVries, H.A. (1966). Quantitative elecromyographic investigation of the spasm
theory of muscle pain. American Journal of Physical Medicine and Rehabilitation,
45: 119-134.
DeYoung, M.P., Horak, H., Sofer, A., Sgroi, D. and Ellisen, L.W. (2008). Hypoxia
regulates TSC1/2–mTOR signaling and tumor suppression through REDD1mediated 14–3–3 shuttling Genes and Development, 22: 239-251.
Dietrichson, P., Coakley, J., Smith, P.E., Griffiths, R.D., Helliwell, T.R. and
Edwards, R.H. (1987). Conchotome and needle percutaneous biopsy of skeletal
muscle. Journal of Neurology, Neurosurgery and Psychiatry, 50(11): 1461-1467.
Douglas, R.M. and Haddad, G.G. (2008). Can O2dysregulation induce premature
aging? Physiology, 23: 333-349.
Dourado, V.Z., Tanni, S.E., Antunes, L.C., Paiva, S.A., Campana, A.O., Renno, A.C.
and Godoy, I. (2009). Effect of three exercise programs on patients with chronic
obstructive pulmonary disease. Brazilian Journal of Medical and Biological
Research, 42(3): 263-71.
Dousset, E., Steinberg, J.G., Balon, N. and Jammes, Y. (2001). Effects of acute
hypoxemia on force and surface EMG during sustained handgrip. Muscle Nerve,
24(3): 364-371.
Dreyer, H.C., Fujita, S., Cadenas, J.G., Chinkes, D.L., Volpi, A. and Rasmussen,
B.B. (2006). Resistance exercise increases AMPK activity and reduces 4E-BP1
phosphorylation and protein synthesis in human skeletal muscle. Journal of
Physiology, 576(2): 613-624.
Drummond, M.J., Dreyer, H.C., Pennings, B., Fry, C.S., Dhanani, S., Dillon, E.L.,
Sheffield-Moore, M., Volpi, E. and Rasmussen, B.B. (2008). Skeletal muscle protein
anabolic response to resistance exercise and essential amino acids is delayed with
aging. Journal of Applied Physiology, 104: 1452–1461.
Drummond, M.J., Dreyer, H.C., Fry, C.S., Glynn, E.L. and Rasmussen, B.B. (2009).
Nutritional and contractile regulation of human skeletal muscle protein synthesis and
mTORC1 signaling. Journal of Applied Physiology, 106: 1374-1384.
129

Drummond, M.J., Glynn, E.L., Fry, C.S., Timmerman, K.L., Volpi, E. and
Rasmussen, B.B. (2010). An increase in essential amino acid availability upregulates
amino acid transporter expression in human skeletal muscle. American Journal of
Physiology: Endocrinology and Metabolism, 298(5): E1011-E1018.
Dupont-Versteegden, E.E., Fluckey, J.D., Knox, M., Gaddy, D. and Peterson, C.A.
(2006). Effect of flywheel-based resistance exercise on processes contributing to
muscle atrophy during unloading in adult rats. Journal of Applied Physiology, 101:
202-212.
Durieux, A.C., Desplanches, D., Freyssenet, D. and Flück, M. (2007).
Mechanotransduction in striated muscle via focal adhesion kinase. Biochemical
Society, 35(5): 1312-1313.
Dyer, E.A., Hopkins, S.R., Perthen, J.E., Buxton, R.B. and Dubowitz, D.J. (2008).
Regional cerebral blood flow during acute hypoxia in individuals susceptible to
acute mountain sickness. Respiratory Physiology and Neurobiology, 160(3): 267276.
Ebashi, S. (1976). Excitation-contraction coupling. Annual Review of Physiology,
38: 293-313.
Ebbeling, C.B. and Clarkson, P.M. (1989). Exercise-induced muscle damage and
adaptation. Sports Medicine, 7: 207–234.
Eley, H.L. and Tisdale, M.J. (2007). Skeletal muscle atrophy, a link between
depression of protein synthesis and increase in degradation. Journal of Biological
Chemistry, 282(10): 7087-7097.
Ellisen, L.W. (2005). Growth control under stress: mTOR regulation through the
REDD1-TSC pathway. Cell Cycle, 4(11): 1500-1502.
Ellisen, L.W., Ramsayer, K.D., Johannessen, C.M., Yang, A., Beppu, H., Minda, K.,
Oliner, J.D., McKeon, F. and Haber, D.A. (2002). REDD1, a Developmentally
Regulated Transcriptional Target of p63 and p53, Links p63 to Regulation of
Reactive Oxygen Species. Molecular Cell, 10: 995–1005.
Escobar, J., Frank, J.W., Suryawan, A., Nguyen, H.V., Kimball, S.R., Jefferson, L.S.
and Davis, T.A. (2005). Physiological rise in plasma leucine stimulates muscle
eprotein synthesis in neonatal pigs by enhancing translation initiation factor
activation. American Journal of Physiology: Endocrinology and Metabolism,288(5):
E914-E921.
Escobar, J., Frank, J.W., Suryawan, A., Nguyen, H.V., Kimball, S.R., Jefferson, L.S.
and Davis, T.A. (2006). Regulation of cardiac and skeletal muscle protein synthesis
by individual branched-chain amino acids in neonatal pigs. American Journal of
Physiology: Endocrinology and Metabolism, 290(4): E612-E621.

130

Esmarck, B., Andersen, A.L., Olsen, S., Richter, E.A., Mizuno, M. and Kjaer, M.
(2001). Timing of postexercise protein intake is important for muscle hypertrophy
with resistance training in elderly humans. Journal of Physiology, 535: 301–311.
Essop, F.M. (2007). Cardiac metabolic adaptations in response to chronic hypoxia.
Journal of Physiology, 584(3): 715-726.
Evans, W.J. and Campbell, W.W. (1993). Sarcopenia and age-related changes in
body composition and functional capacity. Journal of Nutrition, 123(Suppl 2): 465468.
Farre, R., Montserrat, J.M. and Navajas, D. (2008). Morbidity due to obstructive
sleep apnea: insights from animal models. Current Opinions in Pulmonary Medicine,
14(6): 530-536.
Ferretti, G., Hauser, H. and di Prampero, P.E. (1990). Maximal muscular power
before and after exposure to chronic hypoxia. International Journal of Sports
Medicine, 11(Suppl 1): S31–S34.
Findlay, G.M., Yan, L., Procter, J., Mieulet, V. and Lamb, R.F. (2007). A MAP4
kinase related to Ste20 is a nutrient-sensitive regulator of mTOR signalling.
Biochemical Journal, 403: 13-20.
Fiori, G. Facchini, F. Ismagulova, O. Ismagulova, A. Tarzona-Santos, E. and
Pettener, D. (2000). Lung volume, chest size, and haematological variation in low-,
medium-, and high-altitude central Asian populations. American Journal of Physical
Anthropology, 113: 47-59.
Fischer, A.A. (1987). Reliability of the pressure algometer as a measure of
myofascial trigger point sensitivity. Pain, 28: 411–414.
Flakoll, P.J., Judy, T., Flinn, K., Carr, C. and Flinn, S. (2004). Postexercise protein
supplementation improves health and muscle soreness during basic military training
in marine recruits. Journal of Applied Physiology, 96: 951–956.
Flück, M. (2006). Functional, structural and molecular plasticity of mammalian
skeletal muscle in response to exercise stimuli. Journal of Experimental Biology,
209: 2239-2248.
Flück, M. and Hoppeler, H. (2003). Molecular basis of skeletal muscle plasticityfrom gene to form and function. Reviews in Physiology, Biochemistry and
Pharmacology, 149: 159-216.
Francis, K. (1983). Delayed muscle soreness: a review. Journal of Orthopaedic and
Sports Physical Therapy, 5(1): 10-13.
Friden, J. and Lieber, R.L. (1992). Structural and mechanical basis of exercise
induced muscle injury. Medicine and Science in Sports and Exercise, 24(5), 521530.
131

Friden, J. and Sjostrom, M. (1981). Human muscle morphology and strength
performance after long distance running. Medicine and Science in Sports and
Exercise, 13: 81.
Friden, J., Sjostrom, M. and Ekblom, B. (1981). A morphological study of delayed
muscle soreness. Experientia, 37: 506-507.
Friedmann, B., Frese, F., Menold, E. and Bartsch, P. (2007). Effects of acute
moderate hypoxia on anaerobic capacity in endurance-trained runners. European
Journal of Applied Physiology, 101(1): 67-73.
Friedmann, B., Kinscherf, R., Borisch, S., Richter, G., Bartsch, P. and Billeter, R.
(2003). Effects of low-resistance/high-repetition strength training in hypoxia on
muscle structure and gene expression. Pflugers Archives, 446(6): 742-751.
Fryburg, D.A., Jahn, L.A., Hill, S.A., Oliveras, D.M. and Barrett, E.J. (1995). Insulin
and insulin-like growth factor-I enhance human skeletal muscle protein anabolism
during hyperaminoacidemia by different mechanisms. Journal of Clinical
Investigation, 96: 1722–1729.
Fulco, C.S., Rock, P.B., Muza, S.R., Lammi, E., Braun, B., Cymerman, A., Moore,
L.G. and Lewis, S.F. (2001). Gender alters impact of hypobaric hypoxia on adductor
pollicis muscle performance. Journal of Applied Physiology, 91(1): 100-108.
Fusch, C., Gfrörer, W., Koch, C., Thomas, A., Grünert, A. and Moeller, H. (1996).
Water turnover and body composition during long-term exposure to high altitude
(4,900-7,600 m). Journal of Applied Physiology, 80(4): 1118-1125.
Fujita, S., Dreyer, H.C., Drummond, M.J., Glynn, E.L., Cadenas, J.G., Yoshizawa,
F., Volpi, E. and Rasmussen, B.B. (2007). Nutrient signalling in the regulation of
human muscle protein synthesis. Journal of Physiology, 582: 813-823.
Fujita, S., Rasmussen, B.B., Cadenas, J.G., Grady, J.J. and Volpi, E. (2006). Effect
of insulin on human skeletal muscle protein synthesis is modulated by insulininduced changes in muscle blood flow and amino acid availability. American
Journal of Physiology: Endocrinology and Metabolism, 291: E745–E754.
Fulco, C.S., Cymerman, A., Pimental, N.A., Young, A.J. and Maher, J.T. (1985).
Anthropometric changes at high altitude. Aviation, Space, and Environmental
Medicine, 56(3): 220-224.
Fulco, C.S., Hoyt, R.W., Baker-Fulco, C.J., Gonzalez, J. and Cymerman, A. (1992).
Use of bioelectrical impedance to assess body composition changes at high altitude.
Journal of Applied Physiology, 72(6): 2181-2187.
Galvani, L. (1791). De viribus electricitatis in motu musculari. Commentaries de
Bononiensi Scientiarum et Artium Instituto atque Academia commentarii, 7: 363–
418.

132

Gardner, L.B., Li, Q., Park, M.S., Flanagan, W.M., Semenza, G.L. and Dang, C.V.
(2001). Hypoxia inhibits G1/S transition through regulation of p27 expression.
Journal of Biological Chemistry, 276(11): 7919-7926.
Garlick, P. J., Fern, M. and Preedy, V. R. (1983). The effect of insulin infusion and
food intake on muscle protein synthesis in postabsorptive rats. Biochemical Journal,
210: 669–676.
Gelfand, R.A. and Barrett, E.J. (1987). Effect of physiologic hyperinsulinemia on
skeletal muscle protein synthesis and breakdown in man. Journal of Clinical
Investigation, 80: 1–6.
Gelfand, R. A., Glickman, M.G., Castellino, P., Louard, R.J. and DeFronzo, R.A.
(1990). Measurement of L-[l-14C]leucine kinetics in splanchnic and leg tissues in
man. Diabetes, 37: 1365-1372.
Giaccia, A., Siim, B.G. and Johnson, R.S. (2003). HIF-1 as a target for drug
development. Nature Reviews Drug Discovery, 2(10): 803-811.
Gill, M.B. and Pugh, L.G. (1964). Basal metabolism and respiration in men living at
5,800 m (19,000 ft). Journal of Applied Physiology, 19: 949-954.
Gingras, A.C., Raught, B., Gygi, S.P., Niedzwiecka, A., Miron, M., Burley, S.K.,
Polakiewicz, R.D., Wyslouch-Cieszynska, A., Aebersold, R. and Sonenberg, N.
(2001). Hierarchical phosphorylation of the translation inhibitor 4E-BP1. Genes and
Development, 15: 2852–2864.
Gingras, A.C., Raught, B. and Sonenberg, N. (1999). eIF4 translation factors:
effectors of mRNA recruitment to ribosomes and regulators of translation. Annual
Reviews in Biochemistry, 68: 913–963.
Gingras, A.C., Raught, B. and Sonenberg, N. (2001). Regulation of translation
initiation by FRAP/mTOR. Genes and Development, 15: 807–826.
Glover, E.I., Oates, B.R., Tang, J.E., Moore, D.R., Tarnopolsky, M.A. and Phillips,
S.M. (2008). Resistance exercise decreases eIF2Bε phosphorylation and potentiates
the feeding-induced stimulation of p70S6K1 and rpS6 in young men. American
Journal of Physiology: Regulatory, Integrative and Comparative Physiology, 295:
R604– R610.
Gonzalez-Alonso, J., Mortensen, S.P., Dawson, E.A., Secher, N.H. and Damsgaard,
R. (2006). Erythrocytes and the regulation of human skeletal muscle blood flow and
oxygen delivery: role of erythrocyte count and oxygenation state of haemoglobin.
Journal of Physiology, 572(1): 295-305.
Gosker, H.R., van Mameren, H., van Dijk, P.J., Engelen, M.P.K.J., van der Vusse,
G.J., Wouters, E.F.M. and Schols, A.M.W.J. (2002) Skeletal muscle fibre-type
shifting and metabolic profile in patients with chronic obstructive pulmonary
disease. European Respiratory Journal, 19: 617–625.

133

Goudement, J.F., Vander Elst, L., Van Haverbeke, Y. and Muller, R.N. (1995). 31P
NMR kinetics study of cardiac metabolism under mild hypoxia. Journal of Magnetic
Resonance: Series B, 106(3): 212-219.
Gracey, A.Y., Troll, J.V. and Somero, G.N. (2001). Hypoxia-induced gene
expression profiling in the euryoxic fish Gillichthys mirabilis. Proceedings of the
National Academy of Science USA, 98(4): 1993-1998.
Green, H.J. (1992). Muscular adaptations at extreme altitude: metabolic implications
during exercise. International Journal of Sports Medicine, 13(Suppl. 1): S163-165.
Green, M.S., Corona, B.T., Doyle, J.A. and Ingalls, C.P. (2008). Carbohydrateprotein drinks do not enhance recovery from exercise-induced muscle injury.
International Journal of Sports Nutrition and Exercise Metabolism, 18(1): 1-18.
Green, H. Goreham, C., Ouyang, J., Ball-Burnet, M. and Ranney, D. (1999).
Regulation of fiber size, oxidative potential, and capillarization in human muscle by
resistance exercise. American Journal of Physiology: Regulatory, Integrative and
Comparative Physiology, 276: R591-R596.
Green, H.J., Sutton, J.R., Cymerman, A., Young, P.M. and Houston, C.S. (1989).
Operation Everest II: adaptations in human skeletal muscle. Journal of Applied
Physiology, 66(5): 2454-2461.
Greenhaff, P.L., Karagounis, L.G., Peirce, N., Simpson, E.J., Hazell, M., Layfield,
R., Wackerhage, H., Smith, K., Atherton, P., Selby, A. and Rennie, M.J. (2008).
Disassociation between the effects of amino acids and insulin on signaling, ubiquitin
ligases, and protein turnover in human muscle. American Journal of Physiology:
Endocrinology and Metabolism, 295: E595-E604.
Greer, B.K., Woodard, J.L., White, J.P., Arguello, E.M. and Haymes, E.M. (2007).
Branched-chain amino acid supplementation and indicators of muscle damage after
endurance exercise. International Journal of Sports Nutrition and Exercise
Metabolism, 17(6): 595-607.
Greijer, A.E. and van der Wall, E. (2004). The role of hypoxia inducible factor 1
(HIF-1) in hypoxia induced apoptosis. Journal of Clinical Pathology, 57(10): 10091014.
Greiwe, J.S., Kwon, G., McDaniel, M.L. and Semenkovich, C.F. (2001). Leucine
and insulin activate p70, S6 kinase through different pathways in human skeletal
muscle. American Journal of Physiology: Endocrinology and Metabolism, 281:
E466–E471.
Grover, R.F. (1963). Basal oxygen uptake in man at high altitude. Journal of Applied
Physiology, 18: 909-912.
Guilland, J.C. and Klepping, J. (1985). Nutritional alterations at high altitude in man.
European Journal of Applied Physiology, 54: 517-523.
134

Guinot-Bourquin, S.L., Raguso, C.A. and Pichard, C. (2004). Metabolic adaptation
to hypoxia: chronic obstructive pulmonary disease and high altitude. Rev Med Suisse
Romande, 124(10): 629-634.
Gulati, P. and Thomas, G. (2007). Nutrient sensing in the mTOR/S6K1 signalling
pathway. Biochemical Society Transactions, 35(2): 236-238.
Gulick, D.T. and Kimura, I.F. (1996). Delayed onset muscle soreness: what is it and
how do we treat it? Journal of Sports Rehabilitation, 5: 234–243.
Gulick, D.T., Kimura, I.F., Sitler, M., Paolone, A. and Kelly, J.D. (1996). Various
treatment techniques on signs and symptoms of delayed onset muscle soreness.
Journal of Athletic Training, 31: 145–152.
Haddad, J.J. (2004). Hypoxia and the regulation of mitogen-activated protein
kinases: gene transcription and the assessment of potential pharmacologic
therapeutic interventions. International Immunopharmacology, 4(10-11): 1249-1285.
Hamad, N. and Travis, S.P. (2006). Weight loss at high altitude: pathophysiology
and practical implications. European Journal of Gastroenterology and Hepatology,
18: 5–10.
Hamaoka, T., Katsumura, T., Murase, N., Nishio, S., Osada, T., Sako, T., Higuchi,
H., Kurosawa, Y., Shimomitsu, T., Miwa, M. and Chance, B. (2000). Quantification
of ischemic muscle deoxygenation by near infrared time-resolved spectroscopy.
Journal of Biomedical Optics, 5(1): 102-105.
Handberg, A., Megeney, L.A., McCullagh, K.J., Kayser, L., Han, X.X. and Bonen,
A. (1996). Reciprocal GLUT-1 and GLUT-4 expression and glucose transport in
denervated muscles. American Journal of Physiology: Endocrinology and
Metabolism, 271: E50–E57.
Hannon, J.P., Klain, G.J., Sudman, D.M. and Sullivan, F.J. (1976). Nutritional
aspects of high altitude exposure in women. American Journal of Clinical Nutrition,
29: 604-613.
Hara, K., Yonezawa, K., Weng, Q.P., Kozlowski, M.T., Belham, C. and Avruch, J.
(1998). Amino acid sufficiency and mTOR regulate p70 S6 kinase and eIF-4EBP1
through a common effector mechanism. Journal of Biological Chemistry, 273(23):
14484-14494.
Harrison, B.C., Robinson, D., Davison, B.J., Foley, B., Seda, E. and Byrnes, W.C.
(2001). Treatment of exercise-induced muscle injury via hyperbaric oxygen therapy.
Medicine and Science in Sports and Exercise, 33: 36–42.
Hartman, J.W., Tang, J.E., Wilkinson, S.B., Tarnopolsky, M.A., Lawrence, R.L.,
Fullerton, A.V. and Phillips, S.M. (2007).Consumption of fat-free fluid milk after
resistance exercise promotes greater lean mass accretion than does consumption of
soy or carbohydrate in young, novice, male weightlifters. American Journal of
Clinical Nutrition, 86: 373–381.
135

Hauser, C.J., Appel, P. and Shoemaker, W.C. (1984). Pathophysiologic classification
of peripheral vascular disease by positional changes in regional transcutaneous
oxygen tension. Surgery, 95(6): 689-693.
Herbert, T.P. (2007). PERK in the life and death of the pancreatic beta-cell.
Biochemical Society Transactions, 35(5): 1205-1207.
Heubert, R.A., Quaresima, V., Laffite, L.P., Koralsztein, J.P. and Billat, V.L. (2005).
Acute moderate hypoxia affects the oxygen desaturation and the performance but not
the oxygen uptake response. International Journal of Sports Medicine, 26(7): 542551.
Hicks, A., McGill, S. and Hughson, R.L. (1999). Tissue oxygenation by nearinfrared spectroscopy and muscle blood flow during isometric contractions of the
forearm. Canadian Journal of Applied Physiology, 24(3): 216-230.
Hilber, K. (2008). Skeletal myocyte plasticity: basic for improved therapeutic
potential? Current Opinion in Pharmacology, 8: 327-332.
Hilder, T.L., Baer, L.A., Fuller, P.M., Fuller, C.A., Grindeland, R.E., Wade, C.E.
and Gravesi, L.M. (2005). Insulin-independent pathways mediating glucose uptake
in hindlimb-suspended skeletal muscle. Journal of Applied Physiology, 99: 21812188.
Hirose M., Kaneki, M., Sugita, H., Yasuhara, S. and Martyn, J.A. (2000).
Immobilization depresses insulin signaling in skeletal muscle. American Journal of
Physiology: Endocrinology and Metabolism, 279: E1235–E1241.
Hochachka, P.W. (1986). Defence strategies against hypoxia and hypothermia.
Science, 231(4735): 234-241.
Hochachka, P.W., Buck, L.T., Doll, C.J. and Land, S.C. (1996). Unifying theory of
hypoxia tolerance: molecular/metabolic defence and rescue mechanisms for
surviving oxygen lack. Proceeding of the National Academy of Sciences, 93: 94939498.
Hochachka, P.W. and Lutz, P.L. (2001). Mechanism, origin, and evolution of anoxia
tolerance in animals. Comparative Biochemistry and Physiology – Part B:
Biochemistry and Molecular Biology, 130(4): 435-459.
Hoffman, J.R., Ratamess, N.A., Tranchina, C.P., Rashti, S.L., Kang, J. and
Faigenbaum, AD. (2009). Effect of a proprietary protein supplement on recovery
indices following resistance exercise in strength/power athletes. Amino Acids, Epub
ahead of print.
Holm, L., Hall, G.V., Rose, A.J., Miller, B.F., Doessing, S., Richter, E.A. and
Kjaer,M. (2009). Contraction intensity and feeding affect collagen and myofibrillar
protein synthesis rates differently in human skeletal muscle. American Journal of
Physiology: Endocrinology and Metabolism, Epub ahead of print.
136

Holm, L., Reitelseder, S., Pedersen, T.G., Doessing, S., Petersen, S.G., Flyvbjerg, A.,
Andersen, J.L., Aagaard, P. and Kjaer, M. (2008). Changes in muscle size and MHC
composition in response to resistance exercise with heavy and light loading intensity.
Journal of Applied Physiology, 105: 1454-1461.
Hood, D.A., Irrcher, I., Liubicic, V. and Joseph, A.M. (2006). Coordination of
metabolic plasticity in skeletal muscle. Journal of Experimental Biology, 209(12):
2265-2275.
Hopkinson, N.S., Eleftheriou, K.I., Payne, J., Nickol, A.H., Hawe, E., Moxham, J.,
Montgomery, H. and Polkey, M.I. (2006). +9/+9 Homozygosity of the bradykinin
receptor gene polymorphism is associated with reduced fat-free mass in chronic
obstructive pulmonary disease. American Journal of Clinical Nutrition, 83(4): 912917.
Hoppeler, H. and Flück, M. (2002). Normal mammalian skeletal muscle and its
phenotypic plasticity. Journal of Experimental Biology, 205: 2143-2152.
Hoppeler, H., Kleinert, E., Schlegel, C., Claassen, H., Howald, H., Kayar, S.R. and
Cerretelli, P. (1990). Morphological adaptations of human skeletal muscle to chronic
hypoxia. International Journal of Sports Medicine, 11(Suppl. 1): S3-S9.
Hoppeler, H., Klossner, S. and Flück, M. (2007). Gene expression in working
skeletal muscle. Advances in Experimental Medicine and Biology, 618: 245-254.
Hoppeler, H., Klossner, S. and Vogt, M. (2008). Training in hypoxia and its effects
on skeletal muscle tissue. Scandinavian Journal of Medicine and Science in Sports,
18(Suppl 1):38-49.
Hoppeler, H. and Vogt, M. (2001). Muscle tissue adaptations to hypoxia. Journal of
Experimental Biology, 204(18): 3133-3139.
Horman, S., Beaulove, C., Vertommen D., Vanoverschelde, J.L., Hue, L. and Rider,
M.H. (2003). Myocardial ischemia and increased heart work modulate the
phosphorylation state of eukaryotic elongation factor-2. Journal of Biological
Chemistry, 278(43): 41970-41976.
Horowitz, J.F., Coppack, S.W. and Klein, S. (2001). Whole-body and adipose tissue
glucose metabolism in response to short‐term fasting in lean and obese women.
American Journal of Clinical Nutrition, 73: 517‐522.
Hough, T. (1902). Ergographic studies in muscular soreness. American Journal of
Physiology, 7: 76-92.
Hourde, C., Vignaud, A., Beurdy, I., Martelly, I., Keller, A. and Ferry, A. (2006).
Sustained peripheral arterial insufficiency durably impairs normal and regenerating
skeletal muscle function. Journal of Physiological Sciences, 56(5): 361-367.

137

Hoyt, R.W., Jones, T.E., Baker-Fulco, C.J., Schoeller, D.A., Schoene,R.B.,
Schwartz, R.S., Askew, E.W. and Cymerman, A. (1994). Doubly labelled water
measurement of human energy expenditure during exercise at high altitude.
American Journal of Physiology: Regulatory, Integrative and Comparative
Physiology, 266: R966-R971.
Hu, C.J., Wang, L.Y., Chodosh, L.A., Keith, B. and Simon, M.C. (2003).
Differential roles of hypoxia-inducible factor 1 alpha (HIF-1alpha) and HIF-2 in
hypoxic gene regulation. Molecular and Cellular Biology, 23(24): 9361-9374.

Hubal, M.J., Gordish-Dressman, H., Thompson, P.D., Price, T.B., Hoffman, E.P.,
Angelopoulos, T.J., Gordon, P.M., Moyna, N.M., Pescatello, L.S., Visich, P.S.,
Zoeller, R.F., Seip, R.L. and Clarkson, P.M. (2005). Variability in muscle size and
strength gain after unilateral resistance training. Medicine and Science in Sports and
Exercise, 37(6): 964-972.
Imoberdorf, R., Garlick, P.J., McNurlan, M.A., Casella, G.A., Marini, J.C., Turgay,
M., Bartsch, P. and Ballmer, P.E. (2006). Skeletal muscle protein synthesis after
active or passive ascent to high altitude. Medicine and Science in Sports and
Exercise, 38(6): 1082-1087.
Jatta, K., Eliason, G., Portela-Gomes, G.M., Grimelius, L., Caro, O., Nilholm, L.,
Sirsjo, A., Piehl-Aulin, K. and Abdel-Halim, S.M. (2009). Overexpression of von
Hippel-Lindau (VHL) in skeletal muscles of patients with chronic obstructive
pulmonary disease (COPD). Journal of Clinical Pathology, 62(1): 70-76.
Jefferson, L.S. and Kimball, S.R. (2003). Amino acids as regulatorsof gene
expression at the level of mRNA translation. Journal of Nutrition, 133: 2046S2051S.
Jibb, L.A. and Richards, J.G. (2008). AMP-activated protein kinase activity during
metabolic rate depression in the hypoxic goldfish, Carassius auratus. Journal of
Experimental Biology, 211(19): 3111-3122.
Johansson, P.H., Lindstrom, L. and Sundelin, G. (1999). The effects of preexercise
stretching on muscular soreness, tenderness and force loss following heavy eccentric
exercise. Scandinavian Journal of Medicine and Science in Sports, 9: 219–225.
Jones, M., Jolly, K., Raftery, J., Lip, G.Y. and Greenfield, S. (2007). ‘DNA’ may not
mean ‘did not participate’: a qualitative study of reasons for non-adherence at homeand centre-based cardiac rehabilitation. Family Practice, 24(4): 343-357.
Jones, J.E., Muza, S.R., Fulco, C.S., Beidleman, B.A., Tapia, M.L. and Cymerman,
A. (2008). Intermittent hypoxic exposure does not improve sleep at 4300 m. High
Altitude Medicine and Biology, 9(4): 281-287.
Jones, D.A., Newham, D.J., Round, J.M. and Tolfree, S.E. (1986). Experimental
human muscle damage: morphological changes in relation to other indices of
damage. Journal of Physiology, 375: 435–448.
138

Kaelin, W.G. Jr. (2002). How oxygen makes its presence felt. Genes and
Development, 16(12): 1441-1445.
Karlsson, J. and Saltin, B. (1970). Lactate, ATP, and CP in working muscles during
exhaustive exercise in man. Journal of Applied Physiology, 29: 598-602.
Katayama, K., Yoshitake, Y., Watanabe, K., Akima, H. and Ishida, K. (2009).
Muscle deoxygenation during sustained and intermittent isometric exercise in
hypoxia. Medicine and Science in Sports and Exercise, Epub ahead of print.
Kawahara, Y., Saito, Y., Kashimura, K. and Muraoka, I. (2008). Relationship
between muscle oxygenation kinetics and the rate of decline in peak torque during
isokinetic knee extension in acute hypoxia and normoxia. International Journal of
Sports Medicine, 29(5): 379-383.
Kayser, B. (1992). Nutrition and high altitude exposure. International Journal of
Sports Medicine, 13(Suppl. 1): S129–S132.
Kayser, B., Hoppeler, H., Claassen, H. and Cerretelli, P. (1991). Muscle structure
and performance capacity of Himalayan Sherpas. Journal of Applied Physiology, 70:
1938-1942.
Kenneth, N.S., Mudie, S., van Uden, P. and Rocha, S. (2009). SWI/SNF regulates
the cellular response to hypoxia. Journal of Biological Chemistry, 284(7): 41234131.
Kenneth, N.S. and Rocha, S. (2008). Regulation of gene expression by hypoxia.
Biochemical Journal, 414: 19-29.
Killewich, L.A., Tuvdendorj, D., Bahadorani, J., Hunter, G.C. and Wolfe, R.R.
(2007). Amino acids stimulate leg muscle protein synthesis in peripheral arterial
disease. Journal of Vascular Surgery, 45(3): 554-559.
Kim, J.W. and Dang, C.V. (2006). Cancer’s molecular sweet tooth and the Warburg
effect. Cancer Research, 66(18): 8927-8930.
Kimball, S.R. (2002). Regulation of global and specific mRNA translation by amino
acids. Journal of Nutrition, 132: 883-886.
Kimball, S.R., Do, D.A.N., Kutzler, L., Cavener, D.R. and Jefferson, L.S. (2008).
Rapid Turnover of the mTOR Complex 1 (mTORC1) Repressor REDD1 and
Activation of mTORC1 Signaling following Inhibition of Protein Synthesis. The
Journal of Biological Chemistry, 283(6): 3465–3475.
Kimball, S.R., Horetsky, R.L. and Jefferson, L.S. (1998). Implication of eIF2B
rather than eIF4E in the regulation of global protein synthesis by amino acids in L6
myoblasts. Journal of Biological Chemistry, 273: 30945–30953.
Kimball, S.R. and Jefferson, L.A. (2002). Control of protein synthesis by amino acid
availability. Current Opinions in Clinical Nutrition and Metabolic Care, 5: 63–67.
139

Kimball, S.R. and Jefferson, L.A. (2004). Regulation of global and specific mRNA
translation by oral administration of branched-chain amino acids. Biochemical and
Biophysical Research Communications, 313: 423-427.
Kimball, S.R. and Jefferson, L.A. (2005). Role of amino acids in the translational
control of protein synthesis in mammals. Seminars in Cell and Developmental
Biology, 16: 21-27.
Kimball, S.R. and Jefferson, L.A. (2006). Signaling Pathways and molecular
mechanisms through which branched-chain amino acids mediate translational control
of protein synthesis. Journal of Nutrition, 136: 227S-231S.
Kinsman, T.A., Hahn, A.G., Gore, C.J., Wilsmore, B.R., Martin, D.T. and Chow,
C.M. (2002). Respiratory events and periodic breathing in cyclists sleeping at 2,650m simulated altitude. Journal of Applied Physiology, 92(5): 2114-2118.
Kjaer, M. (2004). Role of extracellular matrix in adaptation of tendon and skeletal
muscle to mechanical loading. Physiological Reviews, 84: 649-698.
Klain, G.J. and Hannon, J.P. (1970). High altitude and protein metabolism in the rat.
Proceedings of the Society for Experimental Biology and Medicine, 134(4): 10001004.
Knitter, A.E., Panton, L., Rathmacher, J.A., Petersen, A. and Sharp, R. (2000).
Effects of beta-hydroxy-beta-methylbutyrate on muscle damage after a prolonged
run. Journal of Applied Physiolgy, 89: 1340–1344.
Komi, P.V. and Buskirk, E.R. (1972). The effect of eccentric and concentric muscle
activity on tension and electrical activity of human muscle. Ergonomics, 15: 417-434.
Kongsgaard, M., Backer, V., Jorgensen, K., Kjaer, M. and Beyer, N. (2004). Heavy
resistance training increases muscle size, strength and physical function in elderly
male COPD patients: a pilot study. Respiratory Medicine, 98: 1000-1007.
Koopman, R. and van Loon, L.J. (2009). Aging, exercise, and muscle protein
metabolism. Journal of Applied Physiology, 106(6): 2040-2048.
Koritzinsky, M., Magagnin, M.G., van den Beucken, T., Seigneuric, R., Savelkouls,
K., Dostie, J., Pyronnet, S., Kaufman, R.J., Weppler, S.A., Voncken, J.W., Lambin,
P., Koumenis, C., Sonenberg, N. and Wouters, B.G. (2006). Gene expression during
acute and prolonged hypoxia is regulated by distinct mechanisms of translational
control. European Molecular Biology Organisation Journal, 25(5): 1114-1125.
Koumenis, C., Naczki, C., Koritzinsky, M., Rastani, S., Diehl, A., Sonenberg, N.,
Koromilas, A. and Wouters, B.G. (2002). Regulation of protein synthesis by hypoxia
via activation of the endoplasmic reticulum kinase PERK and phosphorylation of the
translation initiation factor eIF2alpha. Molecular and Cellular Biology, 22: 74057416.

140

Kraegen, E.W., Jenkins, A.B., Storlien, L.H. and Chisholm, D.J. (1990). Tracer
studies of in vivo insulin action and glucose metabolism in individual peripheral
tissues. Hormone Metabolism Research Supplement, 24: 41–48.
Kraemer, W.J., Hatfield, D.L., Volek, J.S., Fragala, M.S., Vingren, J.L., Anderson,
J.M., Spiering, B.A., Thomas, G.A., Ho, J.Y., Quann, E.E., Izquierdo, M., Häkkinen,
K., Maresh, C.M. (2009). Effects of amino acids supplement on physiological
adaptations to resistance training. Medicine and Science in Sports and Exercise,
41(5): 1111-21.
Krzywicki, H.J., Consolazio, C.F., Johnson, H.L., Nielsen, W.C. and Barnhart, R.A.
(1971). Water metabolism in humans during acute high altitude exposure (4300 m).
Journal of Applied Physiology, 30: 806-809.
Kumar, V., Atherton, P., Smith, K. and Rennie, M.J. (2009a). Human muscle protein
synthesis and breakdown during and after exercise. Journal of Applied Physiology,
106: 2026-2039.
Kumar, V., Selby, A., Rankin, D. Patel, R., Atherton, P., Hildebrandt, W., Williams,
J., Smith, K., Seynnes, O., Hiscock, N. and Rennie, M.J. (2009b). Age-related
differences in the dose-response relationship of muscle protein synthesis to
resistance exercise in young and old men. Journal of Physiology, 587: 211-217.
Latres, E., Amini, A.R., Amini, A.A., Griffiths, J., Martin, F.J., Wei, Y., Lin, H.C.,
Yancopoulos, G.D. and Glass, D.J. (2005). Insulin-like growth factor-1 (IGF-1)
inversely regulates atrophy-induced genes via the phosphatidylinositol 3kinase/Akt/mammalian target of rapamycin (PI3K/Akt/mTOR) pathway. Journal of
Biological Chemistry, 280(4): 2737-2744.
Lavender, A.P. and Nosaka, K. (2006). Comparison between old and young men for
changes in markers of muscle damage following voluntary eccentric exercise of the
elbow flexors. Applied Physiology, Nutrition and Metabolism, 31(3): 218-225.
Lawrence, J. C. and Abraham, R.T. (1997). PHAS/4E-BPs as regulators of mRNA
translation and cell proliferation. Trends in Biochemical Sciences, 22: 345–349.
Lee, J., Goldfarb, A.H., Rescino, M.H., Hegde, S., Patrick, S. and Apperson, K.
(2002). Eccentric exercise effect on blood oxidative-stress markers and delayed
onset of muscle soreness. Medicine and Science in Sports and Exercise, 34: 443–448.
Lee, S.W., Dai, G., Hu, Z., Wang, X., Du, J. and Mitch, W.E. (2004). Regulation of
muscle protein degradation: coordinated control of apoptotic and ubiquitinproteasome systems by phosphatidylinositol 3 kinase. Journal of the American
Society of Nephrology, 15(6): 1537-1545.
Leek, R.D., Stratford, I. and Harris, A.L. (2005). The role of hypoxia-inducible
factor-1 in three-dimensional tumor growth, apoptosis, and regulation by the insulinsignaling pathway. Cancer Research, 65: 4147-4152.

141

Lefebvre, V.H., Van Steenbrugge, M., Beckers, V., Roberfroid, M. and BucCalderon, P. (1993). Adenine nucleotides and inhibition of protein synthesis in
isolated hepatocytes incubated under different pO2 levels. Archives of Biochemistry
and Biophysics, 304: 322-331.
Lightfoot, J.T., Char, D., McDermott, J. and Goya, C. (1997). Immediate
postexercise massage does not attenuate delayed onset muscle soreness. Journal of
Strength and Conditioning Research, 11: 119–124.
Littl, J.P. and Phillips, S.M. (2009). Resistance exercise and nutrition to counteract
muscle wasting. Applied Physiology, Nutrition and Metabolism, 34(5): 817-828.
Liu, L., Cash, T.P., Jones, R.G., Keith, B., Thompson, C.B. and Simon, M.C. (2006).
Hypoxia-induced energy stress regulates mRNA translation and cell growth.
Molecular Cell, 21: 521-531.
Liu, L., Wise, D.R., Diehl, A.J. and Simon, C.M. (2008). Hypoxic reactive oxygen
species regulate the integrated stress response and cell survival. The Journal of
Biological Chemistry, 283(45): 31153-31162.
Liu, Z., Jahn, L.A., Long, W., Fryburg, D.A., Wei, L. and Barrett, E.J. (2001).
Branched chain amino acids activate messenger ribonucleic acid translation
regulatory proteins in human skeletal muscle, and glucocorticoids blunt this action.
Journal of Clinical Endocrinology and Metabolism, 86: 2136–2143.
Liu, Z., Jahn, L.A., Wei, L., Long, W. and Barrett, E.J. (2002). Amino acids
stimulate translation initiation and protein synthesis through an Akt-independent
pathway in human skeletal muscle. Journal of Clinical Endocrinology and
Metabolism, 87: 5553–5558.
Liu, Z.,Wu, Y., Nicklas, E.W., Jahn, L.A., Price, W.J. and Barrett, E.J. (2004).
Unlike insulin, amino acids stimulate p70S6K but not GSK-3 or glycogen synthase
in human skeletal muscle. American Journal of Physiology: Endocrinology and
Metabolism, 286, E523–E528.
Livak, K.J. and Schmittgen, T.D. (2001). Analysis of relative gene expression data
using real-time quantitative PCR and the 2(-Delta Delta C(T)) method. Methods, 25:
402–408.
Loeppky, J.A., Scotto, P. and Roach, R.C. (1996). Acute ventilatory response to
simulated altitude, normobaric hypoxia, and hypobaria. Aviation, Space, and
Environmental Medicine, 67(11): 1019-1022.
Louard, R.J., Fryburg, D.A., Gelfand, R.A. and Barrett, E.J. (1992). Insulin
sensitivity of protein and glucose metabolism in human forearm skeletal muscle.
Journal of Clinical Investigation, 90(6): 2348-2354.
Louis, E., Raue, U., Yang, Y., Jemiolo, B. and Trappe, S. (2007). Time course of
proteolytic, cytokine, and myostatin gene expression after acute exercise in human
skeletal muscle. Journal of Applied Physiology, 103(5): 1744-1751.
142

Louis, M., Poortmans, J.R., Francaux, M., Berre, J., Boisseau, N., Brassine, E.,
Cuthbertson, D.J., Smith, K., Babraj, J.A., Waddell, T. and Rennie, M.J. (2003). No
effect of creatine supplementation on human myofibrillar and sarcoplasmic protein
synthesis after resistance exercise. American Journal of Physiology: Endocrinology
and Metabolism, 285(5): E1089-E1094.
Lum, J.J., Bui, T., Gruber, M., Gordan, J.D., DeBerardinis, R.J., Covello, K.L.,
Simon, M.C. and Thompson, C.B. (2007). The transcription factor HIF-1alpha plays
a critical role in the growth factor-dependent regulation of both aerobic and
anaerobic glycolysis. Genes and Development, 21(9): 1037-1049.
Lundby, C., Calbet, J.A.L. and Robach, P. (2009). The response of human skeletal
muscle tissue to hypoxia. Cellular and Molecular Life Sciences, Epub ahead of print.
Lundby, C., Nordsborg, N., Kusuhara, K., Kristensen, K.M., Neufer, P.D. and
Pilegaard, H. (2005). Gene expression in human skeletal muscle: alternative
normalization method and effect of repeated biopsies. European Journal of Applied
Physiology, 95: 351-360.
Lundholm, K., Bennegård, K., Zachrisson, H., Lundgren, F., Edén, E. and MöllerLoswick, A.C. (1987). Transport kinetics of amino acids across the resting human
leg. Journal of Clinical Investigation, 80: 763-771.
MacDougall, J.D., Gibala, M.J., Tarnopolsky, M.A., MacDonald, J.R., Interisano,
S.A. and Yarasheski, K.E. (1995). The time course for elevated muscle protein
synthesis following heavy resistance exercise. Canadian Journal of Applied
Physiology, 20: 480–486.
MacDougall, J.D., Green, H.J., Sutton, J.R., Coates, G., Cymerman, A., Young, P.
and Houston, C.S. (1991). Operation Everest II: structural adaptations in skeletal
muscle in response to extreme simulated altitude. Acta Physiologica Scandinavica,
142(3): 421-427.
MacIntosh, B.R., Gardiner, P.F., McComas, A.J. (2006). Skeletal muscle: form and
function. Champaign, IL, Human Kinetics.
MacIntyre, D.L., Sorichter, S., Mair, J., Berg, A. and McKenzie, D.C. (2001).
Markers of inflammation and myofibrillar proteins following eccentric exercise in
humans. European Journal of Applied Physiology, 84(3): 180-186.
Mackey, A.L., Bojsen-Moller, J., Qvortrup, K., Langberg, H., Suetta, C., Kalliokoski,
K.K., Kjaer, M. and Magnusson, S.P. (2008). Evidence of skeletal muscle damage
following electrically stimulated isometric muscle contractions in humans. Journal
of Applied Physiology, 105: 1620–1627.
Malm, C., Sjodin, T.L.B., Sjoberg, B., Lenkei, R., Renstrom, P., Lundberg, I.E. and
Ekblom, B. (2004). Leukocytes, cytokines, growth factors and hormones in human
skeletal muscle and blood after uphill or downhill running. Journal of Physiology,
556: 983–1000.

143

Man, W.D.-C., Kemp, P., Moxham, J. and Polkey, M.I. (2009). Exercise and muscle
dysfunction in COPD: clinical and laboratory observations. Clinical Science, 117:
251-264.
Martin, K.A. and Blenis, J. (2002). Coordinate regulation of translation by the PI3kinase and mTOR pathways. Advances in Cancer Research, 86: 1–39.
Masamitsu, I (1999). Molecular aspects of the excitation-contraction coupling in
skeletal muscle. Japanese Journal of Physiology, 49: 325-333.
Mascher, H., Tannerstedt, J., Brink-Elfegoun, T., Ekblom, B., Gustafsson, T. and
Blomstrand, E. (2008). Repeated resistance exercise training induces different
changes in mRNA expression of MAFbx and MuRF-1 in human skeletal muscle.
American Journal of Applied Physiology: Endocrinology and Metabolism, 294: E43E51.
Mastrocola, R., Reffo, P., Penna, F., Tomasinelli, C.E., Boccuzzi, G., Baccino, F.M.,
Aragno, M. and Costelli, P. (2008). Muscle wasting in diabetic and in tumor-bearing
rats: role of oxidative stress. Free Radical Biology and Medicine, 44(4): 584-593.
Matsakas, A. and Patel, K. (2009). Skeletal muscle fibre plasticity in response to
selected environmental and physiological stimuli. Histology and Histopathology,
24(5): 611-629.
Mayer, C. and Grummt, I. (2006). Ribosome biogenesis and cell growth: mTOR
coordinates transcription by all three classes of nuclear RNA polymerases.
Oncogene, 25(48): 6384-6391.
Mayhew, D.L., Kim, J.S., Cross, J.M., Ferrando, A.A. and Bamman, M.M. (2009).
Translational signaling responses preceding resistance training-mediated myofiber
hypertrophy in young and old humans. Journal of Applied Physiology, 107: 16551662.
Mazzeo, R.S. (2008). Physiological responses to exercise at altitude: an update.
Sports Medicine, 38(1): 1-8.
McArdle, W.D., Katch, F.I. and Katch, V.L. (2006). Exercise physiology: energy,
nutrition, and human performance. Sixth Edition. Baltimore, Maryland, Williams &
Wilkins.
McDermott, M.M., Hoff, F., Ferrucci, L., Pearce, W.H., Guralnik, J.M., Tian, L.,
Liu, K., Schneider, J.R., Sharma, L., Tan, J. and Criqui, M.H. (2007). Lower
extremity ischemia, calf skeletal muscle characteristics, and functional impairment in
peripheral arterial disease. Journal of the American Geriatrics Society, 55(3): 400406.
McDermott, M.M., Tian, L., Ferrucci, L., Liu, K., Guralnik, J.M., Liao, Y., Pearce,
W.H. and Criqui, M.H. (2008). Associations between lower extremity ischemia,
upper and lower extremity strength, and functional impairment with peripheral
arterial disease. Journal of the American Geriatrics Society, 56(4): 724-729.
144

Meissner, G. and Lu, X. (1995). Dihydropyridine receptor-ryanodine receptor
interactions in skeletal muscle excitation-contraction coupling. Bioscience Reports,
15(5): 399-408.
Michiels, C. (2004). Physiological and pathological response to hypoxia. American
Journal of Pathology, 164(6): 1875-1882.
Midwood, K.S., Valenick, L.V., Hsia, H.C. and Schwarzbauer, J.E. (2004).
Coregulation of fibronectin signaling and matrix contraction by tenascin-C and
syndecan-4. Molecular Biology of the Cell, 15: 5670–5677.
Miles, M.P., Andring, J.M., Pearson, S.D., Gordon, L.K., Kasper, C., Depner, C.M.
and Kidd, J.R. (2008). Diurnal variation, response to eccentric exercise, and
association of inflammatory mediators with muscle damage variables. Journal of
Applied Physiology, 104(2): 451-458.
Miles, M.P. and Clarkson, P.M. (1994). Exercise-induced muscle pain, soreness, and
cramps. Journal of Sports Medicine and Physical Fitness, 34: 203–216.
Milledge, J.S. (1972). Arterial oxygen saturation and intestinal absorption of xylose.
British Medical Journal, 3: 557-558.
Miller, P.C., Bailey, S.P., Barnes, M.E., Derr, S.J. and Hall, E.E. (2004). The effects
of protease supplementation on skeletal muscle function and DOMS following
downhill running. Journal of Sports Sciences, 22: 365–372.
Miller, B.F., Olesen, J.L., Hansen, M., Dossing, S., Crameri, R.M., Welling, R.J.,
Langberg, H., Flyvbjerg, A., Kjaer, M., Babraj, J.A., Smith, K. and Rennie, M.J.
(2005). Coordinated collagen and muscle protein synthesis in human patella tendon
and quadriceps muscle after exercise. Journal of Physiology, 567: 1021–1033.
Miller, S.L. and Wolfe, R.R. (2008). The danger of weight loss in the elderly.
Journal of Nutrition, Health and Aging, 12(7): 487-491.
Millward, D.J. (1995). A protein-stat mechanism for regulation of growth and
maintenance of the lean body mass. Nutrition Research Reviews, 8: 93-120.
Mittendorfer, B., Andersen, J.L., Plomgaard, P., Saltin, B., Babraj, J.A., Smith, K.
and Rennie, M.J. (2005). Protein synthesis rates in human muscles: neither
anatomical location nor fibre-type composition are major determinants. Journal of
Physiology, 15(563): 203-211.
Mizuno, M., Savard, G.K., Areskog, N.H., Lundby, C. and Saltin, B. (2008).
Skeletal muscle adaptations to prolonged exposure to extreme altitude: a role of
physical activity? High Altitude Medicine and Biology, 9(4): 311-317.
Mohler, E.R. 3rd., Lech, G., Supple, G.E., Wang, H. and Chance, B. (2006). Impaired
exercise-induced blood volume in type 2 diabetes with or without peripheral arterial
disease measured by continuous-wave near-infrared spectroscopy. Diabetes Care,
29(8): 1856-1859.
145

Moore, D.R., Del Bel, N.C., Nizi, K.I., Hartman, J.W., Tang, J.E., Armstrong, D.
and Phillips, S.M. (2008). Resistance training reduces fasted- and fed-state leucine
turnover and increases dietary nitrogen retention in previously untrained young men.
Journal of Nutrition, 137: 985-991.
Moore, D.R., Tang, J.E., Burdi, N.A., Rerecichi, T., Tarnopolsky, M.A. and Phillips,
S.M. (2009). Differential stimulation of myofibrillar and sarcoplasmic protein
synthesis with protein ingestion at rest and after resistance exercise. Journal of
Physiology, 587(4): 897-904.
Morgan, D.L. and Allen, D.G. (1999). Early events in stretch induced muscle
damage. Journal of Applied Physiology, 87: 2007–2015.
Murton, A.J., Constantin, D. and Greenhaff, P.L. (2008). The involvement of the
ubiquitin proteasome system in human skeletal muscle remodelling and atrophy.
Biochemica et Biophysica Acta, 1782: 730-743.
Nair, K.S., Welle, S.L., Halliday, D. and Campbell, R.G. (1988). Effect of betahydroxybutyrate on whole-body leucine kinetics and fractional mixed skeletal
muscle protein synthesis in humans. Journal of Clinical Investigation, 82(1): 198205.
Narici, M.V. and Kayser, B. (1995). Hypertrophic response of human skeletal
muscle to strength training in hypoxia and normoxia. European Journal of Applied
Physiology and Occupational Physiology, 70(3): 213-219.
Nasilowski, J., Przybylowski, T., Zielinski, J. and Chazan, R. (2008). Comparing
supplementary oxygen benefits from a portable oxygen concentrator and a liquid
oxygen portable device during a walk test in COPD patients on long-term oxygen
therapy. Respiratory Medicine, 102(7): 1021-1025.
Nobukuni, T., Joaquin, M., Roccio, M., Dann, S.G., Kim, S.Y., Gulati, P., Byfield,
M.P., Backer, J.M., Natt, F., Bos, J.L., Zwartkruis, F.J. and Thomas, G. (2005).
Amino acids mediate mTOR/raptor signaling through activation of class 3
phosphatidylinositol 3OH-kinase. Proceedings of the National Academy of Sciences
USA, 102, 14238–14243.
Noda, A., Ito, R., Okada, T., Yasuma, F., Nakashima, N. And Yokota, M. (1998).
Twenty-four-hour ambulatory oxygen desaturation and electrocardiographic
recording in obstructive sleep apnea syndrome. Clinical Cardiology, 21(7): 506-510.
Norton, L.E., Layman, D.K., Bunpo, P., Anthony, T.G., Brana, D.V. and Garlick,
P.J. (2009). The leucine content of a complete meal directs peak activation but not
duration of skeletal muscle protein synthesis and mammalian target of rapamycin
signaling in rats. Journal of Nutrition, 139(6): 1103-1109.
Nosaka, K., Chapman, D., Newton, M. and Sacco, P. (2006). Is isometric strength
loss immediately after eccentric exercise related to changes in indirect markers of
muscle damage? Applied Physiology, Nutrition, and Metabolism, 31: 313–319.

146

Nosaka, K. and Clarkson, P.M. (1996). Changes in indicators of inflammation after
eccentric exercise of the elbow flexors. Medicine and Science in Sports and
Exercise, 28(8): 953-961.
Nosaka, K., Newton, M. and Sacco, P. (2002). Delayed-onset muscle soreness does
not reflect the magnitude of eccentric exercise-induced muscle damage.
Scandinavian Journal of Medicine and Science in Sports, 12: 337-346.
Nosaka, K., Sacco, P. and Mawatari, K. (2006). Effects of amino acid
supplementation on muscle soreness and damage. International Journal of Sport
Nutrition and Exercise Metabolism, 16: 620–635.
Oelz, O., Howald, H., di Prampero, P.E., Hoppeler, H., Claassen, H., Jenni, R.,
Buhlmann, A., Ferretti, G., Bruckner, J.C., Veicsteinas, A. Gussoni, M. and
Cerretelli, P. (1986). Physiological profile of world-class high-altitude climbers.
Journal of Applied Physiology, 60: 1734-1742.
Ohtani, M., Maruyama, K., Suzuki, S., Sugita, M. and Kobayashi, K. (2001).
Changes in hematological parameters of athletes after receiving daily dose of a
mixture of 12 amino acids for one month during the middle- and long-distance
running training. Bioscience, Biotechnology, and Biochemistry, 65: 348–355.
O’Sheas, S.D., Taylor, N.F. and Paratz, J.D. (2009). Progressive resistance exercise
improves muscle strength and may improve elements of performance of daily
activities for people with COPD: a systematic review. Chest, 136(5): 1269-1283.
Paddon-Jones, D., Sheffield-Moore, M., Aarsland, A., Wolfe, R.R. and Ferrando,
A.A. (2005). Exogenous amino acids stimuli human muscle anabolism without
interfering with the response to mixed meal ingestion. American Journal of
Physiology: Endocrinology and Metabolism, 288: E761-E767.
Paddon-Jones, D., Sheffield-Moore, M., Zhang, X.J., Volpi, E., Wolf, S.E.,
Aarsland, A., Ferrando, A.A. and Wolfe, R.R. (2004). Amino acid ingestion
improves muscle protein synthesis in the young and elderly. American Journal of
Physiology: Endocrinology and Metabolism, 286: E321-E328.
Palange, P., Forte, S., Onorati, P., Paravati, V., Manfredi, F., Serra, P. and Carlone,
S. (1998). Effect of reduced body weight on muscle aerobic capacity in patients with
COPD. Chest, 114: 12-18.
Papapetropoulou, V., Tsolakis, J., Terzis, S., Paschalis, C. and Papapetropoulos, T.
(1998). Neurophysiologic studies in peripheral arterial disease. Journal of Clinical
Neurophysiology, 15(5): 447-50.
Pareznik, R., Knezevic, R., Voga, G. and Podbregar, M. (2006). Changes in muscle
tissue oxygenation during stagnant ischemia in septic patients. Intensive Care
Medicine, 32(1): 87-92.
Peake, J., Nosaka, K. and Suzuki, K. (2005). Characterization of inflammatory
responses to eccentric exercise in humans. Exercise Immunology Review, 11: 64-85.
147

Pereira, M.C., Isayama, R.N., Seabra, J.C., Campos, G.E.R., and Paschoal, I.A.
(2004). Distribution and morphometry of skeletal muscle fibers in patients with
chronic obstructive pulmonary disease and chronic hypoxemia. Muscle Nerve, 30:
796-798.
Peterson, T.R. and Sabatini, D.M. (2005). eIF3: a connecTOR of S6K1 to the
translation preinitiation complex. Molecular Cell, 20(5): 655-657.
Petrella, J.K., Kim, J.S., Mayhew, D.L. Cross, J.M. and Bamman, M.M. (2008).
Potent myofiber hypertrophy during resistance training in humans is associated with
satellite cell-mediated myonuclear addition: a cluster analysis. Journal of Applied
Physiology, 104(6): 1736-1742.
Pette, D. and Staron, R.S. (1990). Cellular and molecular diversities of mammalian
skeletal muscle fibres. Reviews of Physiology, Biochemistry and Pharmacology, 116:
2-76.
Peyrollier, K., Hajduch, E., Blair, A.S., Hyde, R. and Hundal, H.S. (2000). LLeucine availability regulates phosphatidylinositol 3-kinase, p70 S6 kinase and
glycogen synthase kinase-3 activity in L6 muscle cells: evidence for the involvement
of the mammalian target of rapamycin (mTOR) pathway in the L-leucine-induced
up-regulation of System A amino acid transport. Biochemical Journal, 350: 361-368.
Phillips, S.M. (2004). Protein requirements and supplementation in strength sports.
Nutrition, 20: 689–695.
Phillips, S.M. (2007). Resistance exercise: good for more than just grandma and
grandpa’s muscles. Applied Physiology, Nutrition and Metabolism, 32: 1198-1205.
Phillips, S.M. (2009). Physiologic and molecular bases of muscle hypertrophy and
atrophy: impact of resistance exercise on human skeletal muscle (protein and
exercise dose effects). Applied Physiology, Nutrition and Metabolism, 34: 403-410.
Phillips, S.M., Hartman, J.W. and Wilkinson, S.B. (2005). Dietary protein to support
anabolism with resistance exercise in young men. Journal of the American College
of Nutrition, 24(2): 134S-139S.
Phillips, S.M., Tipton, K.D., Aarsland, A., Wolf, S.E. and Wolfe, R.R. (1997).
Mixed muscle protein synthesis and breakdown after resistance exercise in humans.
American Journal of Physiology: Endocrinology and Metabolism, 273: E99–E107.
Phillips, S.M., Tipton, K.D., Ferrando, A.A. and Wolfe, R.R. (1999). Resistance
training reduces the acute exercise-induced increase in muscle protein turnover.
American Journal of Physiology: Endocrinology and Metabolism, 276: E118–E124.
Pierce, G.N. and Czubryt, M.P. (1995). The contribution of ionic imbalance to
ischemia/reperfusion-induced injury. Journal of Molecular and Cellular Cardiology,
27: 53-63.

148

Pillar, G. and Shehadeh, N. (2008). Abdominal fat and sleep apnea: the chicken or
the egg? Diabetes Care, 31(Suppl. 2): S303-S309.
Pipinos, I.I., Swanson, S.A., Zhu, Z., Nella, A.A., Weiss, D.J., Gutti, T.L., McComb,
R.D., Baxter, B.T., Lynch, T.G. and Casale, G.P. (2008). Chronically ischemic
mouse skeletal muscle exhibits myopathy in association with mitochondrial
dysfunction and oxidative damage. American Journal of Physiology: Regulatory,
Integrative and Comparative Physiology, 295(1): R290-R296.
Prasartwuth, O., Taylor, J.L. and Gandevia, S.C. (2005). Maximal force, voluntary
activation and muscle soreness after eccentric damage to human elbow flexor
muscles. Journal of Physiology, 567: 337–348.
Preedy, V. R. and Garlick, P. J. (1986). The response of muscle protein synthesis to
nutrient intake in postabsorptive rats: the role of insulin and amino acids. Bioscience
Reports, 6: 177–183.
Preedy, V.R., Smith, D.M. and Sugden, P.H. (1985). The effects of 6 hours of
hypoxia on protein synthesis in rat tissues in vivo and in vitro. Biochemical Journal,
228(1): 179-185.
Prompers, L., Huijberts, M., Apelqvist, J., Jude, E., Piaggesi, A., Bakker, K.,
Edmonds, M., Holstein, P., Jirkovska, A., Mauricio, D., Ragnarson Tennvall, G.,
Reike, H., Spraul, M., Uccioli, L., Urbancic, V., Van Acker, K., van Baal, J., van
Merode, F. and Schaper, N. (2007). High prevalence of ischaemia, infection and
serious comorbidity in patients with diabetic foot disease in Europe. Baseline results
from the Eurodiale study. Diabetologia, 50(1): 18-25.
Proske, U. and Allen, T.J. (2005). Damage to skeletal muscle from eccentric
exercise. Exercise and Sports Science Reviews, 33: 98-104.
Protasi, F. (2002). Structural interaction between RYRs and DHPRs in calcium
release units of cardiac and skeletal muscle cells. Frontiers in Bioscience, 1(7): 650658.
Proud, C.G. (2002). Regulation of mammalian translation factors by nutrients.
European Journal of Biochemistry, 269: 5338–5349.
Proud, C.G. (2004a). mTOR-mediated regulation of translation factors by amino
acids. Biochemical and Biophysical Research Communications, 313: 429-436.
Proud, C.G. (2004b). The multifaceted role of mTOR in cellular stress responses.
DNA Repair, 3:927-934.
Proud, C. G. (2007). Amino acids and mTOR signalling in anabolic function.
Biochemical Society Transactions, 35(5): 1187-1190.
Pugh, L.G.C. (1962). Physiological and medical aspects of a Himalayan scientific
and mountaineering expedition. British Medical Journal, 2: 621-637.

149

Pulfrey, S.M. and Jones, P.J.H. (1994). Energy expenditure and requirement while
climbing above 6,000 m. Journal of Applied Physiology, 81: 1306-1311.
Radegran, G., Blomstrand, E. and Saltin, B. (1999). Peak muscle perfusion and
oxygen uptake in humans: importance of precise estimates of muscle mass. Journal
of Applied Physiology, 87: 2375–2380.
Raguso, C.A., Guinot, S.L., Janssens, J.P., Kayser, B. and Pichard, C. (2004).
Chronic hypoxia: common traits between chronic obstructive pulmonary
disease and altitude. Current Opinions in Clinical Nutrition and Metabolic Care,
7(4): 411‐417.
Rai, R.M., Malhotra, M.S., Dimri, G.P. and Sampathkumar, T. (1975). Utilization of
different quantities of fat at high altitude. American Journal of Clinical Nutrition,
28: 242‐245.
Raj, D., Booker, T. and An, B. (1998). Striated muscle calcium-stimulated cysteine
protease (calpain-like) activity promotes myeloperoxidase activity with exercise.
Pflugers Archiv, 435: 804-809.
Rasmussen, B.B., Fujita, S., Wolfe, R.R., Mittendorfer, B., Roy, M., Rowe, V.L. and
Volpi, E. (2006). Insulin resistance of muscle protein metabolism in aging. FASEB
Journal, 20: 768–769.
Rasmussen, B.B., Tipton, K.D., Miller, S.L., Wolf, S.E. and Wolfe, R.R. (2000). An
oral essential amino acid-carbohydrate supplement enhances muscle protein
anabolism after resistance exercise. Journal of Applied Physiology, 88(2): 386-392.
Ratamess, N.A., Kraemer, W.J., Volek, J.S., Rubin, M.R., Gomez, A.L., French,
D.N., Sharman, M.J., McGuigan, M.M., Scheett, T., Häkkinen, K., Newton, R.U.
and Dioguardi, F. (2003). The effects of amino acid supplementation on muscular
performance during resistance training overreaching. Journal of Strength and
Conditioning Research, 17: 250–258.
Raue U, Slivka D, Jemiolo B, Hollon C, Trappe S. (2007). Proteolytic gene
expression differs at rest and after resistance exercise between young and old women.
J Gerontol A Biol Sci Med Sci 62: 1407–1412.
Redpath, N.T., Foulstone, E.J. and Proud, C.G. (1996). Regulation of translation
elongation factor-2 by insulin via a rapamycinsensitive signalling pathway.
European Molecular Biology Organisation Journal, 15: 2291–2297.
Regensteiner, J.G., Wolfel, E.E., Brass, E.P., Carry, M.R., Ringel, S.P., Hargarten,
M.E., Stamm, E.R. and Hiatt, W.R. (1993). Chronic changes in skeletal muscle
histology and function in peripheral arterial disease. Circulation, 87: 413‐421.
Rennie, M.J. (2005). Body maintenance and repair: how food and exercise keep the
musculoskeletal system in good shape. Experimental Physiology, 90: 427-436.

150

Rennie, M.J. (2007). Exercise- and nutrient-controlled mechanisms involved in
maintenance of the musculoskeletal mass. Biochemical Society Transactions, 35(5):
1302-1305.
Rennie, M.J., Babij, P., Sutton, J.R., Tonkins, W.J., Read, W.W., Ford, C. and
Halliday, D. (1983). Effects of acute hypoxia on forearm leucine metabolism.
Progress in Clinical Biological Research, 136: 317‐323.
Rennie, M.J., Bohé, J., Smith, K., Wackerhage, H. and Greenhaff, P. (2006).
Branched-chain amino acids as fuels and anabolic signals in human muscle. Journal
of Nutrition, 136: 264S-268S.
Rennie, M.J., Bohé, J. and Wolfe, R.R. (2002). Latency, duration and dose response
relationships of amino acid effects on human muscle protein synthesis. Journal of
Nutrition, 132: 3225S-3227S.
Rennie, M.J., Edwards, R.H., Halliday, D., Matthews, D.E., Wolman, S.L. and
Millward, D.J. (1982). Muscle protein synthesis measured by stable isotope
techniques in man: the effects of feeding and fasting. Clinical Science, 63: 519-523.
Rios, E., Ma, J. and Gonzalez, A. (1991). The mechanical hypothesis of excitationcontraction (EC) coupling in skeletal muscle. Journal of Muscle Research and Cell
Motility, 12: 127-135.
Robin, E. D. (1980). Of men and mitochondria: coping with hypoxic dysoxia.
American Review of Respiratory Disease, 122: 517-531.
Rodriguez, N.R., Vislocky, L.M. and Gaine, P.C. (2007). Dietary protein, endurance
exercise, and human skeletal-muscle protein turnover. Current Opinion in Clinical
Nutrition and Metabolic Care, 10: 40–45.
Roig, M., O’Brien, K., Kirk, G., Murray, R., McKinnon, P., Shadgan, B. and Reid,
W.D. (2009). The effects of eccentric versus concentric resistance training on muscle
strength and mass in healthy adults: a systematic review with meta-analysis. British
Journal of Sports Medicine, 43(8): 556-568.
Rolfe, D.F.S. and Brand, M.D. (1996). Contribution of mitochondrial proton leak to
skeletal muscle respiration and to standard metabolic rate. American Journal of
Physiology: Cell Physiology, 271: C1380-C1389.
Rolfe, D.F.S. and Brown, G.C. (1997). Cellular energy utilization and molecular
origin of standard metabolic rate in mammals. Physiological Reviews, 77: 731-758.
Rooyackers, O.E. and Nair, K.S. (1997). Hormonal regulation of human muscle
protein metabolism. Annual Review of Nutrition, 17: 457-485.
Rose, M.S., Houston, C.S., Fulco, C.S., Coates, G., Sutton, J.R. and Cymerman, A.
(1988). Operation Everest II: nutrition and body composition. Journal of Applied
Physiology, 65: 2545-2551.

151

Rowlands, D.S., Thorp, R.M., Rossler, K., Graham, D.F. and Rockell, M.J. (2007).
Effect of protein-rich feeding on recovery after intense exercise. International
Journal of Sports Nutrition and Exercise Metabolism, 17(6): 521-43.
Roy, S., Khanna, S., Bickerstaff, A.A., Subramanian, S.V., Atalay, M., Bierl, M.,
Pendyala, S., Levy, D., Sharma, N., Venojarvi, M., Strauch, A., Orosz, C.G. and Sen,
C.K. (2003). Oxygen sensing by primary cardiac fibroblasts: a key role of p21
Waf1/Cip1/Sdi1. Circulation Research, 92: 264-271.
Ryan, H.E., Lo, J. and Johnson, R.S. (1998). HIF-1 alpha is required for solid tumor
formation and embryonic vascularization. European Molecular Biology
Organisation Journal, 17: 3005-3015.
Ryan, C.F., Love, L.L. and Buckley, P.A. (1995). Energy expenditure in obstructive
sleep apnea. Sleep, 18(3): 180-187.
Sacheck, J.M., Ohtsuka, A., McLary, S.C. and Goldberg, A.L. (2004). IGF-1
stimulates muscle growth by suppressing protein breakdown and expression of
atrophy-related ubiquitin ligases, atrogin-1 and MuRF-1. American Journal of
Physiology: Endocrinology and Metabolism, 287(4): E591-E601.
Salman, M., Glantzounis, G.K., Yang, W., Myint, F., Hamilton, G. and Seifalian,
A.M. (2005). Measurement of critical lower limb tissue hypoxia by coupling
chemical and optical techniques. Clinical Science (London), 108(2): 159-165.
Sancak, Y., Peterson, T.R., Shaul, Y.D., Lindquist, R.A., Thoreen, C.C., Bar-Peled,
L. and Sabatini, D.M. (2008). The Rag GTPases bind raptor and mediate amino acid
signaling to mTORC1. Science, 320: 1496-1501.
Sanders, A.P., Hale, D.M. and Miller, A.T. Jr. (1965). Some effects of hypoxia on
respiratory metabolism and protein synthesis in rat tissues. American Journal of
Physiology, 209: 443-446.
Sandow, A. (1952). Fundamental mechanics of skeletal muscle contraction.
American Journal of Physical Medicine, 31(2): 103-125.
San Miguel, J.L., Spielvogel, H., Berger, J., Araoz, M., Lujan, C., Tellez, W.,
Caceres, E., Gachon, P., Coudert, J. and Beaufrere, B. (2002). Effect of high altitude
on protein metabolism in Bolivian children. High Altitude Medicine and Biology,
3(4): 377-386.
Sandri, M. (2008). Signaling in muscle atrophy and hypertrophy. Physiology, 23:
160-170.
Sandri, M., Sandri, C., Gilbert, A., Skurk, C., Calabria, E., Picard, A., Walsh, K.,
Schiaffino, S., Lecker, S.H. and Goldberg, A.L. (2004). Foxo transcription factors
induce the atrophy-related ubiquitin ligase atrogin-1 and cause skeletal muscle
atrophy. Cell, 117(3): 399-412.

152

Savourey, G., Launay, J.C., Besnard, Y., Guinet-Lebreton, A., Alonso, A., Sauvet, F.
and Bourrilhon, C. (2007). Normo or hypobaric hypoxia tests: propositions for the
determination of the individual susceptibility to altitude illnesses. European Journal
of Applied Physiology, 100(2): 193-205.
Schiaffino, S. and Reggiani, C. (1996). Molecular diversity of myofibrillar proteins:
gene regulation and functional significance. Physiological Reviews, 76(2): 371-423.
Schmelzle, T. and Hall, M.N. (2000). TOR, a central controller of cell growth. Cell,
103: 253–262.
Schols, A. (2003). Nutritional modulation as part of the integrated management of
chronic obstructive pulmonary disease. Proceedings of the Nutrition Society, 62:
783–791.
Schols, A., Broekhuizen, R., Weling-Scheepers, C.A. and Wouters, E.F. (2005).
Body composition and mortality in chronic obstructive pulmonary disease. American
Journal of Clinical Nutrition, 82: 53-59.
Scholz, D., Thomas, S., Sass, S. and Podzuweit, T. (2003). Angiogenesis and
myogenesis as two facets of inflammatory post-ischemic tissue regeneration.
Molecular and Cellular Biochemistry, 246(1-2): 57-67.
Schwane, J., Johnson, S., Vandernakker, C. and Armstrong, R. (1981). Blood
markers of delayed-onset muscular soreness with downhill treadmill running.
Medicine and Science in Sports and Exercise, 13: 80.
Schwarzer, R., Tondera, D., Arnold, W., Giese, K., Klippel, A. and Kaufmann, J.
(2005). REDD1 integrates hypoxia-mediated survival signaling downstream of
phosphatidylinositol 3-kinase. Oncogene, 24: 1138-1149.
Semenza, G.L. (2001a). HIF-1, O2, and the 3 PHDs: how animal cells signal hypoxia
to the nucleus. Cell, 107(1): 1-3.
Semenza, G.L. (2001b). Hypoxia-inducible factor 1: oxygen homeostasis and disease
pathophysiology. Trends in Molecular Medicine, 7(8): 345-350.
Semenza, G.L. and Wang, G.L. (1992). A nuclear factor induced by hypoxia via de
novo protein synthesis binds to the human erythropoietin gene enhancer at a site
required for transcriptional activation. Molecular and Cellular Biology, 12(12):
5447-5454.
Sergi, G., Coin, A., Marin, S., Vianello, A., Manzan, A., Peruzza, S., Inelmen, E.M.,
Busetto, L., Mulone, S. and Enzi, G. (2006). Body composition and resting energy
expenditure in elderly male patients with chronic obstructive pulmonary disease.
Respiratory Medicine, 100: 1918-1924.
Severinsen, K., Obel, A., Jakobsen, J and Andersen, H. (2007). Atrophy of foot
muscles in diabetic patients can be detected with ultrasonography. Diabetes Care,
30(12): 3053-3057.
153

Seynnes, O.R., de Boer, M. and Narici, M.V. (2007). Early skeletal muscle
hypertrophy and architectural changes in response to high-intensity resistance
training. Journal of Applied Physiology, 102(1): 368-373.
Shimomura, Y., Yamamoto, Y., Bajotto, G., Sato, J., Murakami, T., Shimomura, N.,
Kobayashi, H. and Mawatari, K. (2006). Nutraceutical effects of branched-chain
amino acids on skeletal muscle. Journal of Nutrition, 136(2): 529S-532S.
Simon, M.C. and Keith, B. (2008). The role of oxygen availability in embryonic
development and stem cell function. Nature Reviews Molecular Cell Biology, 9(4):
285-296.
Skillen, R.A., Testa, M., Applegate, E.A., Heiden, E.A., Fascetti, A.J. and Casazza,
G.A. (2008). Effects of an amino acid carbohydrate drink on exercise performance
after consecutive-day exercise bouts. International Journal of Sports Nutrition and
Exercise Metabolism, 18(5): 473-492.
Smith, G.I., Atherton, P., Reeds, D.N., Mohammed, B.S., Jaffery, H., Rankin, D. and
Rennie, M.J. (2009). No major sex differences in muscle protein synthesis rates in
the postabsorptive state and during hyperinsulinemia-hyperaminoacidemia in
middle-aged adults. Journal of Applied Physiology, 107(4): 1308-1315.
Smith, G.I., Atherton, P.J., Villareal, D.T., Frimel, T.N., Rankin,D., Rennie, M.J.
and Mittendorfer, B. (2008). Differences in muscle protein synthesis and anabolic
signaling in the postabsorptive state and in response to food in 65-80 year old men
and women. PLoS ONE, 3(3): e1875-e1883.
Smith, K., Barua, J.M., Watt, P.W., Scrimgeour, C.M. and Rennie, M.J. (1992).
Flooding with L-[1-13C]leucine stimulates human muscle protein incorporation of
continuously infused L-[1-13C]valine. American Journal of Physiology:
Endocrinology and Metabolism, 262: E372–E376.
Smith, K., Reynolds, N., Downie, S., Patel, A. and Rennie, M.J. (1998). Effects of
flooding amino acids on incorporation of labeled amino acids into human muscle
protein. American Journal of Physiology: Endocrinology and Metabolism, 275:E73–
E78.
Smith, R.W., Houlihan, D.F., Nilsson, G.E. and Brechin, J.G. (1996). Tissue-specific
changes in protein synthesis in protein synthesis rates in vivo during anoxia in
crucian carp. American Journal of Physiology: Regulatory, Integrative and
Comparative Physiology, 271(4): R897-R904.
Sofer, A., Lei, K., Johannessen, C.M. and Ellisen, L.W. (2005). Regulation of
mTOR and Cell Growth in Response to Energy Stress by REDD1. Molecular and
Cellular Biology, 25(14): 5834–5845.

154

Sorichter, S., Puschendorf, B. and Mair, J. (1999). Skeletal muscle injury induced by
eccentric muscle action: muscle proteins as markers of muscle fiber injury. Exercise
Immunology Review, 5: 5-21.
Sridharan, K., Malhotra, M.S., Upadhayay, T.N., Grover, S.K. and Dua, G.L. (1982).
Changes in gastro-intestinal function in humans at an altitude of 3,500 m. European
Journal of Applied Physiology, 50: 148-154.
Stanley, W.C., Lopaschuk, G.D., Hall, J.L. and McCormack, J.G. (1997). Regulation
of myocardial carbohydrate metabolism under normal and ischaemic conditions.
Cardiovascular Research, 33: 243-257.
Steinacker, J.M., Opitz-Gress, A., Baur, S., Lormes, W., Bolkart, K., SunderPlassmann, L., Liewald, F., Lehmann, M. and Liu, Y. (2000). Expression of myosin
heavy chain isoforms in skeletal muscle of patients with peripheral arterial occlusive
disease. Journal of Vascular Surgery, 31(3): 443-449.
Storey, K.B. and Storey, J.M. (1990). Metabolic rate depression and biochemical
adaptation in anaerobioses, hibernation and estivation. The Quarterly Review of
Biology, 65(2): 145-174.
Surks, M.I., Chinn, K.S.K. and Matoush, L.O. (1966). Alterations in body
composition in man after acute exposure to high altitude. Journal of Applied
Physiology, 21: 1741-1746.
Suryawan, A., Jevapalan, A.S., Orellana, R.A., Wilson, F.A., Nguyen, H.V. and
Davis, T.A. (2008). Leucine stimulates protein synthesis in skeletal muscle of
neonatal pigs by enhancing mTORC1 activation. American Journal of Physiology:
Endocrinology and Metabolism, 295(4): E868-E875.
Suryawan, A., O’Connor, P.M.J., Kimball, S.R., Bush, J.A., Nguyen, H.V., Jefferson,
L.S. andDavis, T.A. (2004). Amino acids do not alter the insulin-induced activation
of the insulin signaling pathway in neonatal pigs. Journal of Nutrition, 134(1): 24–
30.
Suryawan, A., Orellana, R.A., Nguyen, H.V., Jeyapalan, A.S., Fleming, J.R. and
Davis, T.A. (2007). Activation by Insulin and Amino Acids of Signaling
Components Leading to Translation Initiation in Skeletal Muscle of Neonatal Pigs Is
Developmentally Regulated. American Journal of Physiology: Endocrinology and
Metabolism, 293(6): E1597-E1605.
Szewczyk, N.J., Petereson, B.K., Barmada, S.J., Parkinson, L.P. and Jacobson, L.A.
(2007). Opposed growth factor signals control protein degradation in muscles of
Caenorhabditis elegans. European Molecular Biology Organisation Journal, 26(4):
935-943.
Tang, N., Wang, L., Esko, J., Giordano, F.J., Huang, Y., Gerber, H.P., Ferrara, N.
and Johnson, R.S. (2004). Loss of HIF-1alpha in endothelial cells disrupts a
hypoxia-driven VEGF autocrine loop necessary for tumorigenesis. Cancer Cell, 6:
485-495.

155

Tanner, D.A. and Stager, J.M. (1998). Partitioned weight loss and body composition
changes during a mountaineering expedition: a field study. Wilderness and
Environmental Medicine, 9(3): 143-152.
Tannerstedt, J., Apro, W. and Blomstrand, E. (2009). Maximal lengthening
contractions induce different signaling response in the type I and type II fibers of
human skeletal muscle. Journal of Applied Physiology, 106(4):1412-8.
Tansey, E.A. (2008). Teaching the physiology of adaptation to hypoxic stress with
the aid of a classic paper on high altitude by houston and riley. Advances in
Physiology Education, 32: 11-17.
Tasali, E., Mokhlesi, B. and Van Cauter, E. (2008). Obstructive sleep apnea and type
2 diabetes: interacting epidemics. Chest, 133: 496-506.
Terzis, G., Georgiadis, G., Stratakos, G., Vogiatzis, I., Kavouras, S., Manta, P.,
Mascher, H. and Blomstrand, E. (2008). Resistance exercise-induced increase in
muscle mass correlates with p70S6 kinase phosphorylation in human subjects.
European Journal of Applied Physiology, 102: 145–152.
Tipton, K.D., Elliott, T.A., Cree, M.G., Aarsland, A.A., Sanford, A.P. and Wolfe,
R.R. (2007). Stimulation of net muscle protein synthesis by whey protein ingestion
before and after exercise. American Journal of Physiology: Endocrinology and
Metabolism, 292: E71–E76.
Tipton, K.D. and Ferrando, A.A. (2008). Improving muscle mass: response of
muscle metabolism to exercise, nutrition and anabolic agents. Essays in
Biochemistry, 44: 85-98.
Tipton, K.D., Ferrando, A.A., Phillips, S.M., Doyle, D., Jr. and Wolfe, R.R. (1999a).
Postexercise net protein synthesis in human muscle from orally administered amino
acids. American Journal of Physiology: Endocrinology and Metabolism, 276: E628–
E634.
Tipton, K.D., Gurkin, B.E., Matin, S. and Wolfe, R.R. (1999a). Non-essential amino
acids are not necessary to stimulate net muscle protein synthesis in healthy
volunteers. Journal of Nutritional Biochemistry, 10: 89-95.
Tipton, K.D., Rasmussen, B.B., Miller, S.L., Wolf, S.E., Owens- Stovall, S.K.,
Petrini, B.E. and Wolfe, R.R. (2001). Timing of amino acid-carbohydrate ingestion
alters anabolic response of muscle to resistance exercise. American Journal of
Physiology: Endocrinology and Metabolism, 281: E197–E206.
Tipton, K.D. and Wolfe, R.R. (2004). Protein and amino acids for athletes. Journal
of Sports Sciences, 22: 65–79.
Tomé, D. and Bos, C. (2000). Dietary protein and nitrogen utilization. Journal of
Nutrition, 130(7): 1868S-1873S.
Trappe, T.A., White, F., Lambert, C.P., Cesar, D., Hellerstein, M. and Evans, W.J.
(2002). Effect of ibuprofen and acetaminophen on postexercise muscle protein
156

synthesis. American Journal of Physiology: Endocrinology and Metabolism, 282:
E551–E556.
Tresierras, M.A. and Balady, G.J. (2009). Resistance training in the treatment of
diabetes and obesity: mechanisms and outcomes. Journal of Cardiopulmonary
Rehabilitation and Prevention, 29(2): 67-75.
Turinsky, J. (1987). Dynamics of insulin resistance in denervated slow and fast
muscles in vivo. American Journal of Physiology: Regulatory, Integrative and
Comparative Physiology, 252: R531– R537.
Twist, C. and Eston, R. (2005). The effects of exercise-induced muscle damage on
maximal intensity intermittent exercise performance. European Journal of Applied
Physiology, 94: 652–658.
van den Beucken, T., Koritzinsky, M. and Wouters, B.G. (2006). Translational
control of gene expression during hypoxia. Cancer Biology and Therapy, 5(7): 749755.
Vary, T.C., Anthony, J.C., Jefferson, L.S., Kimball, S.R. and Lynch, C.J. (2007).
Rapamycin blunts nutrient stimulation of eIF4G, but not PKCepsilon
phosphorylation in skeletal muscle. American Journal of Physiology: Endocrinology
and Metabolism, 293(1): E188-E196.
Verdijk, L.B., Gleeson, B.G., Jonkers, R.A.M., Meijer, K., Savelberg, H.H.C.M.,
Dendale, P. and van Loon, L.J.C. (2009). Skeletal muscle hypertrophy following
resistance training is accompanied by a fiber type-specific increase in satellite cell
content in elderly men. Journals of Gerontology Series A: Biological Sciences and
Medical Sciences, 64(3): 332-339.
Vigano, A., Ripamonti, M., De Palma, S., Capitanio, D., Vasso, M., Wait, R.,
Lundby, C., Cerretelli, P. and Gelfi, C. (2008). Proteins modulation in human
skeletal muscle in the early phases of adaptation to hypobaric hypoxia. Proteomics,
8(22): 4668-4679.
Vihko, V., Rantamaki, J. and Salminen, A. (1978). Exhaustive physical exercise and
acid hydrolase activity in mouse skeletal muscle. Histochemistry, 57: 237-249.
Vissing, K., Brink, M., Lonbro, S., Sorensen, H., Overgaard, K., Danborg, K.,
Mortensen, J., Elstrom, O., Rosenhoj, N., Ringgaard, S., Andersen, J.L. and
Aagaard, P. (2008). Muscle adaptations to plyometric vs. resistance training in
untrained young men. Journal of Strength and Conditioning Research, 22(6): 17991810.
Volpi, E., Chinkes, D.L. and Rasmussen, B.B. (2008). Sequential muscle biopsies
during a six-hour tracer infusion do not affect human mixed muscle protein synthesis
and muscle phenylalanine kinetics. American Journal of Applied Physiology:
Endocrinology and Metabolism, Epub ahead of print.

157

Wackerhage, H. and Ratevicius, A. (2008). Signal transduction pathways that
regulate muscle growth. Essays in Biochemistry, 44: 99-108.
Wackerhage, H. and Rennie, M.J. (2006). How nutrition and exercise maintain the
human musculoskeletal mass. Journal of Anatomy, 208: 451-458.
Wagenmakers, A.J. (1992). Amino acid metabolism, muscular fatigue and muscle
wasting. Speculations on adaptations at high altitude. International Journal of Sports
Medicine, 13(1): 110-113.
Wagner, P.D. (2008). Possible mechanism underlying the development of cachexia
in COPD. European Respiratory Journal, 31(3): 492-501.
Waltrous, B., Armstrong, R. and Schwane, J. (1981). The role of lactic acid in
delayed onset muscular exercise. Medicine and Science in Sports and Exercise, 13:
80.
Wang, G.L., Jiang, B.H., Rue, E.A. and Semenza, G.L. (1995). Hypoxia-inducible
factor 1 is a basic-helix-loop-helix-PAS heterodimer regulated by cellular O2
tension. Proceedings of the National Academy of Sciences of the United States of
America, 92(12): 5510-5514.
Wang, X., Beugnet, A., Murakami, M., Yamanaka, S. and Proud, C.G. (2005).
Distinct signaling events downstream of mTOR cooperate to mediate the effects of
amino acids and insulin on initiation factor 4E-binding proteins. Molecular and
Cellular Biology, 25(7): 2558-2572.
Wang, X. and Proud, C.G. (2006). The mTOR pathway in the control of protein
synthesis. Physiology, 21, 362–369.
Watt, P.W., Corbett, M.E. and Rennie, M.J. (1992). Stimulation of protein synthesis
in pig skeletal muscle by infusion of amino acids during constant insulin availability.
American Journal of Physiology: Endocrinology and Metabolism, 263(3): E453E460.
Watt, P.W., Lindsay, Y., Scrimgeour, C.M., Chien, P.A., Gibson, J.N., Taylor, D.J.
and Rennie, M.J. (1991). Isolation of aminoacyl-tRNA and its labelling with stableisotope tracers: use in studies of human tissue protein synthesis. Proceedings of the
National Academy of Science USA, 88(13): 5892-5896.
Weitz, C.A. Garruto, R.M. Chin, C-T. Liu, J-C. Lui, R-L. and He, X. (2000). Growth
of Qinghai Tibetans living at three different high altitudes. American Journal of
Physical Anthropology, 111: 69-88.
Wek, S.A., Zhu, S. and Wek, R.C. (1995). The histidyl-tRNA synthetase-related
sequence in the eIF-2 alpha protein kinase GCN2 interacts with tRNA and is
required for activation in response to starvation for different amino acids. Molecular
Cell Biology, 15(8): 4497-4506.

158

Welle, S. and Nair, K.S. (1990). Relationship of resting metabolic rate to body
composition and protein turnover. American Journal of Physiology: Endocrinology
and Metabolism, 258: E990-E998.
West, J.B. (2008). Respiratory physiology: the essentials. 8th Edition. London, UK,
Lippincott Williams & Wilkins.
Westerterp, K.R. (2001). Energy and water balance at high altitude. News in
Physiological Sciences, 16: 134-137.
Westerterp, K.R. and Kayser, B. (2006). Body mass regulation at altitude. European
Journal of Gastroenterology & Hepatology, 18: 1–3.
Westerterp, K.R., Kayser, B., Wouters, L., Le Trong, J.L. and Richalet, J.P. (1994).
Energy balance at high altitude of 6,542 m. Journal of Applied Physiology, 77: 862866.
Westerterp, K.R., Meijer, E.P., Rubbens, M., Robach, P. and Richalet, J.P. (2000).
Operation Everest III: energy and water balance. Pflugers Archives, 439(4): 483-488.
White, J.P., Wilson, J.M., Austin, K.G., Greer, B.K., St. John, N. and Panton, L.B.
(2008). Effect of carbohydrate-protein supplement timing on acute exercise-induced
muscle damage. Journal of the International Society of Sports Nutrition, 19(5): 5.
Whittom, F., Jobin, J., Simard, P.M., Leblanc, P., Simard, C., Bernard, S., Belleau, R.
and Maltais, F. Histochemical and morphological characteristics of the vastus
lateralis muscle in COPD patients: comparison with normal subjects and effects of
exercise training. Medicine and Science in Sports and Exercise, 30: 1467–1474.
Wilkes, E.A., Selby, A.L., Atherton, P.J., Patel, R., Rankin, D., Smith, K. and
Rennie, M.J. (2009). Blunting of insulin inhibition of proteolysis in legs of older
subjects may contribute to age-related sarcopenia. American Journal of Clinical
Nutrition, 90: 1343-1350.
Wilkinson, S.B., Phillips, S.M., Atherton, P.J., Patel, R., Yarasheski, K.E.,
Tarnopolsky, M.A. and Rennie, M.J. (2008). Differential effects of resistance and
endurance exercise in the fed state on signaling molecule phosphorylation and
protein synthesis in human muscle. Journal of Physiology, 586: 3701–3717.
Wilkinson, S.B., Tarnopolsky, M.A., MacDonald, M.J., Macdonald, J.R., Armstrong,
D. and Phillips, S.M. (2007). Consumption of fluid skim milk promotes greater
muscle protein accretion following resistance exercise than an isonitrogenous and
isoenergetic soy protein beverage. American Journal of Clinical Nutrition, 85: 1031–
1040.
Willey, K.A. and Singh, M.A. (2003). Battling insulin resistance in elderly obes
people with type 2 diabetes: bring on the heavy weights. Diabetes Care, 26(5): 15801588.

159

Willoughby, D.S., Stout, J.R. and Wilborn, C.D. (2007). Effects of resistance
training and protein plus amino acid supplementation on muscle anabolism, mass,
and strength. Amino Acids, 32(4): 467-477.
Wilmore, J.H., Costill, D.L. and Kenney, W.L. (2008). Physiology of sport and
exercise. 4th Edition. Champaign, IL, Human Kinetics.
Wilson, J.M., Kim, J.S., Lee, S.R., Rathmacher, J.A., Dalmau, B., Kingsley, J.D.,
Koch, H., Manninen, A.H., Saadat, R. and Panton, L.B. (2009). Acute and timing
effects of beta-hydroxy-beta-methylbutyrate (HMB) on indirect markers of skeletal
muscle damage. Nutrition and Metabolism, 4(6): 6.
Winett, R.A., Wojcik, J.R., Fox, L.D., Herbert, W.G., Blevins, J.S. and Carpinelli,
R.N. (2003). Effects of low volume resistance training and cardiovascular training on
strength and aaerobic capacity in unfit men and women: a demonstration of a
threshold model. Journal of Behavioural Medicine, 26(3): 183-195.
Wong, A., Merritt, S., Butt, A.N. and Swaminathan, R. (2008). Effect of hypoxia on
circulating levels of retina-specific messenger RNA in type 2 diabetes mellitus.
Annals of the New York Academy of Sciences, 1137: 243-252.
Worme, J.D., Lickteig, J.A., Reynolds, R.D. and Deuster, P.A. (1991). Consumption
of a dehydrated ration for 31 days at moderate altitudes: energy intakes and physical
performance. Journal of the American Dietetic Association, 91(12): 1543-1549.
Wouters, B.G., van den Beucken, T., Magagnin, M.G., Koritzinsky, M., Fels, D. and
Koumenis, C. (2005). Control of the hypoxic response through regulation of mRNA
translation. Seminars in Cell and Developmental Biology, 16(4-5): 487-501.
Wüst, R.C. and Degens, H. (2007). Factors contributing to muscle wasting and
dysfunction in COPD patients. International Journal of Chronic Obstructive
Pulmonary Disease, 2(3): 289-300.
Yarasheski, K.E., Zachwieja, J.J. and Bier, D.M. (1993). Acute effects of resistance
exercise on muscle protein synthesis rate in young and elderly men and women.
American Journal of Physiology: Endocrinology and Metabolism, 265: E210–E214.
Yoshizawa, F., Kimball, S. R., Vary, T. C. and Jefferson, L. S. (1998). Effect of
dietary protein on translation initiation in rat skeletal muscle and liver. American
Journal of Physiology: Endocrinology and Metabolism, 275: E814–E820.
Zhang, H., Bosch-Marce, M., Shimoda, L.A., Tan, Y.S., Baek, J.H., Wesley, J.B.,
Gonzalez, F.J. and Semenza, G.L. (2008a). Mitochondrial autophagy is an HIF-1
dependent adaptive metabolic response to hypoxia. Journal of Biological Chemistry,
283(16): 10892-10903.
Zhang, X.J., Irtun, O. Chinkes, D.L. and Wolfe, R.R. (2008). Acute responses of
muscle protein metabolism to reduced blood flow reflect metabolic priorities for
homeostasis. American Journal of Physiology: Endocrinology and Metabolism,
294(3): E551-E557.
160

Zierler, K. (1999). Whole body glucose metabolism. American Journal of
Physiology: Endocrinology and Metabolism, 276: E409-E426.
Zuwallack, R.L. (2009). How do we increase activity and participation in our
patients? Seminars in Respiratory and Critical Care Medicine, 30(6): 708-712.

161

