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Abstract

PGC-1a (peroxisome proliferator-activated receptor y co-activator 1a) is an important regu-
lator of mitochondrial biogenesis and a master regulator of enzymes involved in oxidative
phosphorylation. Recent evidence demonstrated that the Gly482Ser single nucleotide poly-
morphism (SNP) in the PGC-1a gene affects insulin sensitivity, blood lipid metabolism and
binding to myocyte enhancer factor 2 (MEF2). Individuals carrying this SNP were shown to
have a reduced cardiorespiratory fitness and a higher risk to develop type 2 diabetes. Here,
we investigated the responses of untrained men with the Gly482Ser SNP to a 10 week pro-
gramme of endurance training (cycling, 3 x 60 min/week, heart rate at 70-90% VOzpeak).
Quantitative data from analysis of biopsies from vastus lateralis muscle revealed that the
SNP group, in contrast to the control group, lacked a training-induced increase in content of
slow contracting oxidative fibres. Capillary supply, mitochondrial density, mitochondrial en-
zyme activities and intramyocellular lipid content increased similarly in both groups. These
results indicate that the impaired binding of MEF2 to PGC-1a in humans with this SNP im-
pedes exercise-induced fast-to-slow muscle fibre transformation.

Introduction

Skeletal muscle is a tissue with excellent plasticity in response to external stimuli such as exer-
cise and training. The repetitive muscle contractions conducted during endurance training lead
to a variety of phenotypic and physiological responses. These responses include activation of
mitochondrial biogenesis, fibre type transformation and angiogenesis. Together, they increase
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the muscle’s capacity of aerobic metabolism and its resistance to fatigue. At the whole-body
level, these adaptive changes are the basis for the improvement of physical performance and
other health benefits [1]. Regular endurance training is therefore a common strategy to reduce
high blood pressure and to prevent cardiovascular and metabolic diseases such as type 2 diabe-
tes mellitus (T2D) [2-9].

Mammalian skeletal muscle consists of different muscle fibre types, each with different con-
traction speed, type of energy metabolism, and amounts of cell organelles [10]. These fibre
types are also distinguished by their myosin heavy chain (MHC) isoform composition. Oxida-
tive slow-twitch type I fibres (henceforth briefly called ‘slow fibres’) contain MHC-IP. They use
oxidative phosphorylation (OXPHOS) to generate ATP and are thus highly fatigue resistant
and preferentially activated during endurance exercise. Slow fibres comprise high amounts of
mitochondria, myoglobin and lipid droplets, and are well supplied by capillaries. In addition,
there are three types of fast-twitch fibres (types IIA, IID/X, IIB, with the corresponding MHC
isoforms Ila, IId/x, ITb) which are all used for rapid high-force generation. Oxidative-glycolytic
fast-twitch type IIA fibres have intermediate amounts of mitochondria, lipid droplets and
capillaries, and are intermediately resistant to fatigue (as compared to type I and types IIB and
IID/X). Glycolytic fast-twitch type IID/X fibres are poor in mitochondria, lipids and capillaries
and more susceptible to fatique than type IIA. Glycolytic fast-twitch type IIB fibres have the
lowest amounts of mitochondria, lipid droplets and capillaries, but generate the highest con-
traction velocities [10].

Important responses to endurance training occur at the intracellular level. They include in-
creases in size and number of mitochondria as well as such in the activities of oxidative en-
zymes [11,12,1]. In support of the increased oxidation of fatty acids, the content of
intramyocellular lipid is also elevated [13].

In rodents and humans, it has been demonstrated that peroxisome proliferator-activated re-
ceptor gamma coactivator-1 alpha (PGC-1o) is implicated in the regulation of the exercise-in-
duced changes of muscle fibres towards a slow phenotype, as well as in the protection of
muscle atrophy [12,14,15]. Activation of PGC-1o has been shown to regulate lipid and carbo-
hydrate metabolism, and to improve the oxidative capacity of the muscle fibres by increasing
the amount and activity of mitochondria through upregulation of nuclear respiratory factors
(NRF-1, 2) and mitochondrial transcription factor A (TFAM) [16,17]. PGC-1a also regulates
genes involved in the determination of muscle fibre type. Overexpression of PGC-1o. increases
the proportion of oxidative type I fibres [18] while PGC-1o knock-out (KO) mice exhibit a
shift from oxidative type I and IIA toward type IID/X and IIB fibres [19]. This regulatory diver-
sity of PGC-1a. is enabled by its broad binding capacity to transcription factors in various
signalling pathways.

Several studies have shown that PGC-1o is upregulated after endurance training [20-24],
and also after acute 3h bouts of cycling on consecutive days [25]. The cycling bouts additionally
evoked acute increases in cytochrome ¢ oxidase (COX), citrate synthase (CS), and sirtuin 1
(SIRT1), a nicotinamide adenine dinucleotide (NAD)+-sensing protein that deacetylates PGC-
Lo [25]. In this context, Wright et al. [26] suggested that an exercise-induced activation of p38
mitogen-activated protein kinase (MAPK) phosphorylates the PGC-1a. protein before it is
transferred from the cytosol into the myonucleus. Via coactivation of transcription factors and
nuclear receptors, PGC-1a then mediates the initial phase of the exercise-induced increase in
mitochondria. The subsequent upregulation of PGC-10: expression enhances and/or maintains
mitochondrial biogenesis, eventually leading to an increased mitochondrial content of the
muscle fibres.

PGC-1a also plays an important role in the pathogenesis of insulin resistance and T2D [27].
Furthermore, it has been demonstrated that subjects with a family history of T2D or manifest
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T2D are characterised by a significantly lower expression of PGC-1o in muscle cells compared
to overweight healthy subjects with no family history of T2D [28]. Similarly reduced mRNA
levels of skeletal muscle PGC-1o. in sedentary T2D subjects have been found by Timmons et al.
[29], indicating diminished substrate oxidation.

In human populations, the PGC-1o gene exists in several variants which differ in a single
nucleotide from the major allele. Among these single nucleotide polymorphisms (SNPs), it is
particularly the Gly482Ser SNP which has been intensively studied. This SNP is known to be
less frequent in endurance athletes than in untrained persons [30,31]. Subjects that carry this
gene variant are more likely to have increased levels of low-density cholesterol [32] and higher
insulin resistance [33]. In response to training, such persons show a lower increase in individu-
al anaerobic threshold and insulin sensitivity than subjects without this SNP [34]. As a result,
carriers of the Gly482Ser SNP have a reduced cardiorespiratory fitness and a higher risk for
metabolic syndrome and T2D [35,33,30,36,37]. In a previous study, we were able to show that
the trainability of middle-aged male carriers of this SNP is reduced, particularly when mea-
sured at submaximal exercise performance markers such as the respiratory compensation
point (RCP) [38]. However, the background at the molecular level is largely unknown. The
work of Choi et al. [39] provides indication that the Gly482Ser gene variant impairs the tran-
scription of TFAM, which plays a role in mtDNA replication.

In the present study, we investigated the myocellular responses in the vastus lateralis muscle
of untrained male carriers of this SNP and of a control group to a 10 weeks programme of en-
durance training (cycling, 3 x 60 min/week, heart rate at 70-90% VOypeai). In particular, it was
tested how the training influences muscle fibre type proportions, capillary density, content of
mitochondria and intramyocellular lipid (IMCL), and the activities of respiratory chain en-
zymes (CS, OXPHOS complexes (COX) I-V).

Materials and Methods
Subjects and experimental design

The participants of the study were recruited from the 1770 persons of the SAPHIR (Salzburg
Atherosclerosis Prevention Programme in Subjects at High Individual Risk) study population,
all of which were genotyped for the SNP Gly482Ser (rs8192678) in the gene PPARGCIA [40].
28 males (age 59£7 years, range 50-69) from this population volunteered to participate in the
present investigation (Table 1). The inclusion criteria set were: males, aged 50-65 years, no his-
tory of participation in organized sports, level of regular physical activity < 1 h/week, low
cardiorespiratory fitness, no chronic illness (including manifest T2D), no surgery within the
last six months. All persons have given written informed consent before entering the study.
The study was conducted with permission of the Ethics Committee of the Federal State of Salz-
burg (E1243, 2010-10-04). Anthropometric parameters (age, height, weight) were determined
at the beginning and at the end of the exercise intervention. Regional body fat was determined
by measuring the waist circumference 0.5 cm below the umbilicus with a standardized spring-
loaded elastic tape (Roche, Germany) in standing upright position with feet 20-30 cm apart
[41].

According to gene analysis [38], subjects were assigned to two groups: (i) genotype 1
(GT1)—control group carrying the major frequency allele type (PPARGCIA, 158192678 G/G),
13 subjects; (ii) genotype 2 (GT2)—test group carrying the Gly482Ser SNP (minor allele type
PPARGCIA, rs8192678 x/A), 15 subjects.

All subjects performed a fully supervised 10 weeks cycling training, 3x 60 min/wk at a heart
rate equalling 70% to 90% of peak oxygen uptake (VOypear). Trainability was determined as the
change in work rate at the respiratory compensation point (P@RCP) based on gas exchange
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Table 1. Baseline characteristics of whole sample and genotypes.

Groups Total GT1 GT2

SNP-PPARGC1A G/A, G/A, A/A G/G (Gly/Gly) X/A (X/Ser) P
Sample size, n 28 13 15

Age (yrs) 58.7+1.2 59.3+2.1 581+1.5 ns
BM (kg) 88.0+2.2 89.9+42 86.3+2.0 ns
BMI (kg m™) 27.8+0.8 282+1.4 27.4 £ 3.1 ns
Waist (cm) 101.0+1.9 101.7+3.5 100.4 £2.0 ns
SF proportion (%) 55.5+2.1 50.5+2.5 599+2.8 0.02
HF proportion (%) 1.5+£0.2 1.5+0.3 1.4+£0.3 ns
Cap/SF 6.50+0.13 6.37 £ 0.15 6.61 +0.20 ns
Mito-SF (%) 7.47 £0.25 6.97 + 0.36 7.90 £ 0.33 ns
Mito-FF (%) 3.53+0.16 3.35+0.19 3.67 £0.25 ns
Lip-SF (%) 1.19+0.13 1.32+0.21 1.07 £ 0.16 ns
Lip-FF (%) 0.39 £ 0.05 0.41£0.10 0.37 £ 0.05 ns
mtDNA copies/cell 4212 + 355 4095 + 401 4313 + 578 ns
CS [mU/mg prot.] 251 £17 259 + 22 244 + 26 ns
C | [mU/mg prot.] 39+2 41+3 36+4 ns
C Il [mU/mg prot.] 63+5 63+7 62 +8 ns
COX [mU/mg prot.] 280 + 23 312+ 35 252 + 30 ns
C V [mU/mg prot.] 84 +10 89+ 15 8015 ns
Complex I/CS 0.16 £ 0.01 0.17 £ 0.01 0.15 + 0.01 ns
Complex II/CS 0.26 + 0.02 0.25+0.02 0.26 + 0.03 ns
COX/CS 1.17 £ 0.09 1.27£0.13 1.08 £0.12 ns
Complex V/CS 0.32 +0.03 0.31+0.04 0.32 +0.05 ns

Values are means +S.E. after one-way ANOVA; GT1 = major allele type in PPARGC1A (G/G, wild type), GT2 = homozygous and heterozygous for minor
allele frequency in PPARGC1A (A/A, G/A); BM = body mass, BMI = body mass index; VO,.rcp = 0xygen uptake at respiratory compensation point (RCP,
second ventilatory threshold, aerobic capacity), VO, peak = peak oxygen uptake at cessation (aerobic power), Prcp = mechanical power at RCP in Watt,

Pmax = maximum mechanical power in Watt; SF = slow fibre (MHC slow+/MHC fast-); HF = slow-fast hybrid fibre (MHC slow+/MHC fast+); cap/

SF = capillaries per slow fibre; Mito-SF = mitochondria in slow fibre; Mito-FF = mitochondria in fast fibre; Lip-SF = lipid droplets in slow fibre; Lip-FF = lipid
droplets in fast fibre; mtDNA = mitochondrial DNA; CS = citrate synthase; C |—V = complex I—V; COX = cytochrome c oxidase; p = significance level
between the genotype (GT) groups; ns = not significant.

doi:10.1371/journal.pone.0123881.t001

analyses (ZAN680, nSpire Health) during incremental cycling (ergoselect 100, Ergoline, GER),
and as the change in cardiorespiratory fitness (VO;pcak). A ramp test protocol on an electroni-

cally-braked bicycle ergometer (ergoselect 100, Ergoline, GER) with 10 W increments per

minute (60 to 70 rpm) was applied to determine RCP and VO,,c,i [42-44]. In each bout of
training, each participant started with a warm-up cycling at 50 W over 4 minutes. Volitional fa-

tigue was reached as defined by the following criteria: 90% of age-adjusted maximum heart
rate, VOypeqk change < 2 ml~min’1~kg’1 with increasing load, and respiratory exchange ratio
of >1.1. According to the utilized protocol, VO,pe.x Was assessed in the last stage as the mean
value of five consecutive breaths with the third breath including the maximal VO,-value (for
further details see [38]). Parallel to exercise testing, heart rate (HR) was registered with a beat-
to-beat monitoring system (T4, Suunto, FIN) to determine exercise training intensity set at a
heart rate equaling the pre-training work rate below and at the RCP. The RCP was determined
by the disproportional increase of minute ventilation (V) versus carbon dioxide production

(VCO,) according to Wassermann et al. [45] (details described in [38]).
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Muscle biopsies and tissue preparation

Resting needle biopsies (needle diameter 5 mm) were taken from the M. vastus lateralis of the
non-dominant leg using the percutaneous needle biopsy technique [46]. Functional leg domi-
nance was determined by single-leg voluntary isometric contraction against a force-platform.
Biopsies were performed under local anaesthesia seven days before first training (pre-sample),
and seven days after last training (post-sample). Each tissue sample was dissected such that
specimens of sufficient size and quality were available for the following procedures: (i) One
specimen was longitudinally oriented on a small strip of aluminium foil, coated with Tissue-
Tek O.C.T. compound cryostat embedding medium (Sakura), cryofixed by plunging in isopen-
tane (2-methylbutane) cooled to near its freezing point, and stored in liquid nitrogen until
used for immunocytochemistry. (ii) A second specimen was immersion-fixed in cacodylate-
buffered 2.5% glutaraldehyde (overnight, 4°C), postfixed in 1% OsO, (3 h, at room tempera-
ture), and embedded in glycid ether-100 epoxy resin for semithin section analysis and electron
microscopy according to standard procedures [47]. (iii) Surplus tissue was frozen in liquid ni-
trogen in small vials and employed for measurement of mitochondrial enzyme activities.

Immunocytochemistry

Tissue-Tek-coated specimens were cut into serial transverse sections (10 um) on a Leitz 1720
cryostat. Sections were collected on poly-L-lysine coated slides, dried for 1 h at room tempera-
ture and stored at—30°C until further processed. Indirect immunostaining served to identify
fibre type-specific MHC isoforms and endothelial cells. Monoclonal anti-rabbit MHC fast
IgG1 (1:400, Sigma M 4276), anti-human MHC slow IgG1 (1:4000, Sigma M 8421) and anti-
human CD31 IgG1 (1:20, Dako M0823) served as primary antibodies. HRP-conjugated anti-
mouse serum (1:100, Dako) was applied as secondary antibody. All antibodies were diluted
with PBT-B-N (PBT containing 2% BSA and 5% goat serum). For labelling, sections were fixed
in acetone (-20°C), washed in PBT (3x3 min), and blocked with PBT-B-N (5 min); this was fol-
lowed by primary antibody incubation (1-3 h), 3x3 min washing in PBT, blocking in PBT-B-N
(5 min), and secondary antibody incubation (30-60 min). After washing in PBT (3x3 min), an-
tibody binding was visualized with DAB (diaminobenzidine-dihydrochloride). Sections were
mounted in Gel/Mount (Biomeda). Photographs of the results were taken on a Reichert Poly-
var microscope. A minimum of 300 fibres per sample was evaluated for analysis of fibre type
distribution on anti-MHC stained sections. Relative numbers of slow/type I (MHC slow+/
MHC fast-) and fast/type II (MHC slow-/MHC fast+) fibres were evaluated. In addition, slow-
fast hybrid fibres (MHC slow+/MHC fast+) were also analysed. Sections immediately neigh-
boured to those used for fibre type evaluation were stained for CD31 and served to determine
the numbers of capillaries per slow fibre. Numbers of CD31-positive capillaries adjoining to
the surface contours of 30 randomly selected slow fibres per individual were counted. To pre-
vent bias by less capillarised adjacent fast fibres, only such slow fibres were examined, which
were predominantly (> 75% of their contour) bordered by other slow fibres.

Electron microscopy and stereological analysis

Transverse and longitudinal semithin (1 pm) and ultrathin (70-90 nm) sections were cut from
the epoxy resin embedded specimens on a Leica Ultracut microtome. Semithin sections were
stained with azure II-methylene blue and digitally photographed through a Reichert Polyvar
microscope. Ultrathin sections were mounted on 75-mesh copper grids, contrasted with uranyl
acetate and lead citrate (Leica EM-Stain) and viewed in a Zeiss EM 910 transmission electron
microscope (TEM) at 80 kV. A Trondle Sharp:Eye digital camera system served for documen-
tation and photosampling.
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TEM-based photosampling for stereological analysis of intracellular components was un-
dertaken for slow/type I and fast/type II fibres. Slow/type I fibres were identified at overview
magnifications by their higher content of lipid droplets and subsarcolemmal mitochondria.
Previous work confirms that this allows a sufficiently reliable distinction of type I fibres from
all type II fibres for purposes of stereological analysis of intracellular components [47-50]. Fi-
bres with extremely low content of mitochondria and lipid droplets were regarded as belonging
to the fast type IIX/D (for identification criteria see [10]). Such fibres were scarce and excluded
from further analysis, so that the investigated fast/type II fibres were, in all probability, type IIA
fibres. A minimum of six randomly chosen muscle fibres of each type per specimen were ana-
lysed. Ten equidistant non-overlapping images per fibre (5 of central areas, 5 of subsarcolem-
mal areas) were taken at a magnification of x3150. Relative volumes (volume densities) of
mitochondria and intramyocellular lipid (IMCL) were determined by point counting using a
coherent test system [51]. Volume densities (V) expressed as percentages were derived from:
Vy = Vy/Vg = P,/Pr x 100, whereby V, is the volume of the measured cell component, P, is
the number of test points falling on this component, Vy, is the volume of the reference system
(section, s), and Py is the number of test points falling on the reference system (in this case the
analysed muscle fibre).

Spectrophotometric measurement of OXPHOS enzyme- and citrate
synthase activity

Muscle samples (20-100 mg) were homogenized with a tissue disintegrator (Ultraturrax, IKA,
Staufen, Germany) in extraction buffer (20 mM Tris-HCI, pH 7.6, 250 mM sucrose, 40 mM
KCl, 2 mM EGTA) and finally homogenized with a motor-driven Teflon-glass homogenizer
(Potter S, Braun, Melsungen, Germany). The homogenate was centrifuged at 600g for 10 min
at 4°C. The postnuclear supernatant (600g homogenate) containing the mitochondrial fraction
was used for measurement of enzyme activities.

Spectrophotometric measurement of the OXPHOS enzyme- and citrate synthase activity
was performed as previously described [52,53]. Citrate synthase was determined according to
Srere [54], with modifications. Briefly, the reaction mixture contained 50 mM Tris- HCI pH
8.1, 0.1% bovine serum albumin (BSA), 0.1% TritonX-100, 0.2 mM 5,5 -dithio-bis(2-nitroben-
zoic acid), 0.15 mM acetyl-CoA and the 600g homogenate. After initially recording thiolase ac-
tivity for 2 min the citrate synthase reaction was started by addition of 0.5 mM oxaloacetate
and was followed at 412 nm for 8 min.

Enzyme activities of the OXPHOS complexes were determined as previously described
[55,56]. Briefly, rotenone-sensitive complex I activity was measured spectrophotometrically as
NADH/decylubiquinone oxidoreductase at 340 nm. The enzyme activities of citrate synthase
and complex IV (ferrocytochrome c/oxygen oxidoreductase), and the oligomycin-sensitive
ATPase activity of the F;Fy ATP synthase were determined by using buffer conditions as previ-
ously described by Rustin et al. [57]. The whole reaction mixture for the ATPase activity mea-
surement was treated for 10 seconds with an ultra-sonifier (Bio cell disruptor 250, Branson,
Vienna, Austria). Complex II activity was measured according to Rustin et al. [57] with the fol-
lowing modifications. The reaction mixture contained 50 mM potassium phosphate pH 7.8,
2mM EDTA, 0.1% BSA, 3 uM rotenone, 80 pM 2,6-dichlorophenol, 50 uM decylubiquinone,
1 uM antimycin A, 0.2 mM ATP, 0.3 mM KCN and the 600g homogenate. The mixture was
preincubated for 10 min at 37°C, started by addition of 10 mM succinate, and followed for
6 min at 600 nm.

The reaction mixture for the measurement of the complex III activity contained 50 mM po-
tassium phosphate buffer pH 7.8, 2 mM EDTA pH 8.6, 0.3 mM KCN, 100 pM cytochrome c,
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200 puM reduced decyl-ubiquinol. The reaction was started by addition of the 600g homoge-
nate. After 3-4 min the reaction was inhibited by addition of 1 uM antimycin A. Antimycin A-
insensitive activity was substracted from total activity to calculate complex IIT activity. All spec-
trophotometric measurements (Uvicon 922, Kontron, Milan, Italy) were performed at 37°C.

Statistics

Data are given as mean + SE. Shapiro-Wilk tests were conducted to examine data sets for nor-
mal distribution. Inter-group differences at baseline were tested for statistical significance
using ANOVA. Differences between measurements before and after training within groups
were tested with a paired t-test. Interaction of genotype and exercise training was tested with
ANOVA for repeated measurements (GT-groups as between factor, time as within factor) with
age, body mass and waist as covariates. Differences were considered significant at p < 0.05. Sta-
tistical analyses were carried out using Statistical Package for Social Sciences (SPSS 20.0, Chi-
cago, IL, USA).

Results

All participants responded to the training programme by a significant decrease in body weight
by 1.3 £ 0.3 kg (i.e. -1.5%), and a decrease of the BMI of 0.4 kg m (-0.4%, Table 2).

Expression of fibre type specific proteins

Immunolabelling for fibre type-specific MHC isoforms served to analyse the relative propor-
tion of slow (type I), fast (type II) and slow-fast hybrid muscle fibres within the biopsies (Fig
1A and 1B). On average, 773 muscle fibres per sample were analysed (range 308-1944). At
baseline, the mean proportion of slow fibres in GT1 was 50.5 + 2.5% and in GT2 59.9 + 2.8%
(p =0.02, ANOVA, Table 2). After the training programme, the mean percentage of slow fibres
in GT1 increased by 8.9 + 2.6% which corresponds to a significant increase of 19% of the initial
values (p < 0.01, Table 2, Fig 2A). By contrast, the relative numbers of slow fibres in GT2 de-
creased by 1.5 + 2.6% (ns, Table 2, Fig 2A). Thus, only the control subjects that carry the major
allele were capable of increasing the slow fibre frequency due to the training stimulus (p = 0.01,
ANOVA, Table 2). The proportion of slow-fast hybrid fibres was very low (about 1.5% in both
groups, Table 1) and showed no significant change after training (Table 2).

Capillarization

Quantification of capillaries based on anti-CD31 immunostaining (Fig 1C) revealed that at
baseline, there are no significant differences in the mean number of capillaries per slow fibre in
GT1and GT 2 (6.37 £ 0.15 and 6.61 £ 0.20, Table 1). In both groups, the 10 weeks lasting en-
durance training induced a significant increase in capillary density. Capillary density increased
by 1.19 + 0.10 (+19.0% of the baseline values, p < 0.001, Fig 2B) in GT1, and by 1.17 + 0.10
(+18.4%, p < 0.001, Fig 2B) in GT2 (Table 2). The training evoked changes in capillary supply
are similar for both groups (p = 0.60).

Mitochondria and intramyocellular lipid content (IMCL)

At baseline, there were no significant differences between GT'1 and GT2 regarding the fine
structural variables. Slow fibres of GT1 and GT2 contained on average 6.97 + 0.36% and

7.90 + 0.33% mitochondria and 1.32 £ 0.21% and 1.07 + 0.16% IMCL, respectively (Table 1).
Similarly, the relative proportions of these intracellular components were not significantly dif-
ferent in fast fibres: mean volume densities of mitochondria and IMCL were at 3.35 £ 0.19%
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Table 2. Effect of genotype and 10-weeks supervised stationary cycling on anthropometric variables, aerobic capacity and power, myocellular
variables and mitochondria enzyme activity.

Groups Total GT1 GT2

SNP-PPARGC1A G/G (Gly/Gly) A/A (X/Ser) P
n 28 13 15

BM (kg) -1.3 £ 0.3%** -1.2+0.5*% -1.3 £ 0.5% ns
BMI (kg m™) -0.4 + 0.1%** -0.4 £0.1* -0.4 +0.2* ns
Waist (cm) -0.7+ 05 -1.3+0.8 -0.2+04 ns
SF proportion (%) 3.3+2.1 8.9 £2.6%* -1.5+2.6 0.01
HF proportion (%) -0.4+0.3 -0.6+0.5 -0.2+0.3 ns
Cap/SF 1.18 £ 0.07*** 1.19 £ 0.10%** 117 £ 0.10%** ns
Mito-SF (%) 2.71 £ 0.42%** 2.99 + 0.50%** 2.46 £ 0.66** ns
Mito-FF (%) 1.73 £ 0.32%** 2.35+0.47%** 1.24 £ 0.41** ns
Lip-SF (%) 0.89 + 0.19*** 1.14 £ 0.26%** 0.68 + 0.28* ns
Lip-FF (%) 0.10 £ 0.09 0.19+0.15 0.02 + 0.11 ns
mtDNA copies/cell 122 + 377 90 + 323 149 + 658 ns
CS [mU/mg prot.] 108 + 28*** 152 £ 48** 71 £31* ns
C | [mU/mg prot.] -0.1+5 158 167 ns
C Il [mU/mg prot.] 21 £ 7** 26 £ 9** 16+ 10 ns
COX [mU/mg prot.] 294 + 54*** 356 + 89** 240 + 64** ns
C V [mU/mg prot.] 43+ 25 50 + 34 &7 =8 ns
Complex I/CS -0.05 £ 0.02** -0.06 + 0.02** -0.05 £ 0.02 ns
Complex II/CS 0.00 + 0.02 -0.00 £ 0.03 -0.00 £ 0.03 ns
COX/CS 0.44 £ 0.12*** 0.36 + 0.14* 0.51 +0.19* ns
Complex V/CS 0.00 £ 0.05 0.00 £ 0.06 -0.01 £ 0.08 ns

Values are paired differences + SE from paired sample t-Test after testing with general linear model for repeated measures; p = significant interaction
between time and genotype; *p<.05, **p<.01 and ***p <.001 indicate significant differences of pre vs. post measures within group; ns, not significant;
for other abbreviations see Table 1.

doi:10.1371/journal.pone.0123881.1002

and 0.41 + 0.10%, respectively, in GT1, and at 3.67 + 0.25% and 0.37 + 0.05%, respectively, in
GT2 (Table 1).

After the training intervention, the slow fibres of GT1 exhibited an increase by 2.99 + 0.50%
in mitochondrial content (+46% of initial values, p = 0.002, Fig 2C), and an increase by

Fig 1. Fibre type composition and capillarisation. Example of serial cross-sectional images of vastus lateralis muscle biopsies immunostained for (A) slow
myosin heavy chain (MHC), (B) fast MHC, and (C) the endothelial cell marker CD31. Numbers mark identical slow muscle fibres in the section series. Scale
bar: 50 pm.

doi:10.1371/journal.pone.0123881.g001
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Fig 2. Relative changes [%] of muscle characteristics in response to the 10 weeks endurance training programme. (A) Control individuals (GT1)
show a significant increase of the slow fibre proportion after training while carriers of SNP Gly482Ser (GT2) are unaffected. (B) There is no difference
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between GT1 and GT2 in the increase of capillaries. (C) Controls (GT1) and SNP carriers (GT2) exhibit no significant differences in the training-induced
increases in volume density of slow fibre mitochondria and intramyocellular lipid (IMCL). (D) The increases of fast fibre mitochondria and IMCL are also
similarin GT1 and GT2. (E) Similarly, post-training increases in amounts of mitochondria as indicated by the activities of CS and OXPHOS enzymes do not
significantly diverge between GT1 and GT2. GT1 (n=13), GT2 (n = 15); data given as means + SE; * intergroup differences significant at p <0.05.

doi:10.1371/journal.pone.0123881.9002

1.14 £ 0.26% in IMCL (+139% of baseline values, p < 0.001, Fig 2C). Rather similar increases
in these two variables were detected in slow fibres of GT2. Mitochondria increased by
2.46 + 0.66% (+33%, p < 0.001, Fig 2C), and IMCL by 0.68 + 0.28% (+88%, p = 0.03, Fig 2C).

The results show clearly that the training programme conducted in this study promotes a
change towards slow fibres with higher aerobic capacity. This change does apparently not de-
pend upon genotype (Table 2).

We also aimed to detect whether there are genotype-dependent effects on the volume densi-
ties of mitochondria and IMCL in fast fibres. In this respect, the data show clearly that this is
also not the case. In fast fibres of both GT1 and GT2, the endurance training led to a strong in-
crease in mitochondrial content by 2.35 + 0.47% (+64% of initial values, p < 0.001, Fig 2D) and
by 1.24 £ 0.41% (+44%, p = 0.009, Fig 2D), respectively (Table 2). This was accompanied by in-
creases in content of IMCL by 1.14 + 0.26% (+234%, p = 0.23, Fig 2D) and by 0.68 + 0.28%
(+400%, p = 0.83, Fig 2D) in GT1 and GT?2, respectively (Table 2).

Mitochondrial enzyme activities

The 10 wks cycling training caused a significant increase in citrate synthase activity (+ 108 + 28
Units / g protein; p < 0.001, Table 2, Fig 2E), which is used as a marker for the mitochondrial
mass. This is in agreement with the significantly higher proportions of slow and fast fibre mito-
chondria found in the stereological analysis (Table 2). Complex II was significantly higher in
GT1, while only a trend towards higher values was observed for GT2 (Table 2). A significant el-
evation of total COX (= complex IV), as well as of the activity of the citrate synthase-normal-
ized COX is obvious in both groups. Normalized complex I values are lower in GT1. In both
groups, no significant changes were observed concerning the mtDNA copy number.

MtDNA copy number, total enzymatic activities as well as to the citrate synthase normalized
values from biopsy tissue samples taken prior to training did not differ significantly between
the groups (Table 1). The increase in total enzymatic activities of the citrate synthase and the
OXPHOS complexes was more pronounced in GT1 compared to GT2 (Fig 2E, Table 2).

Discussion

The present results provide a comprehensive characterization of exercise-induced changes in
muscle structure and mitochondrial function in humans carrying the Gly482Ser SNP in the
PGC-1a gene. The findings supplement our previous study in which we have shown that this
SNP decreases the effectiveness of aerobic exercise training at submaximal performance levels
[38]. Here, we present quantitative data from analysis of biopsies from vastus lateralis muscle
that demonstrate that the carriers of the Gly482Ser SNP (study group GT2), in contrast to the
control group GT1, lacked a training-induced increase in content of slow contracting oxidative
fibres (Fig 2A, Table 2). By contrast, all other investigated variables (capillary supply, densities
of mitochondria and IMCL, and mitochondrial enzyme activities) did not differ between carri-
ers and controls and increased similarly in both groups.

The observations made on the general effects of endurance training on the human skeletal
muscle are in agreement with a variety of previous studies. Regarding the promotion of fast-to-
slow fibre type conversion, it is long established that high intensity endurance training, whether
on the bicycle ergometer or by long distance running is able to induce increases in slow/type I
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fibre content in the range from 12 to 17% [58,59]. Subjects that underwent high intensity en-
durance training for a decade or more were shown to have nearly twice as many slow/type I fi-
bres in the vastus lateralis muscle than non-trained subjects [60]. However, it should be noted
that other work reported no change of slow fibre proportions in response to endurance training
[61,62]. Such heterogeneous results may be explained by a variety of factors, including differ-
ences in the intensity and duration of the stimulus, age and lifestyle history of the participants,
and even methodology of fibre type analysis. Thus, the present data suggest that the exercise
stimulus applied was long and intense enough to induce a clear shift from fast/type II to slow/
type I'in the untrained G1 control subjects which are not affected by the Gly482Ser SNP in the
PGC-1a gene. Our data on mitochondrial volume density and OXPHOS activity (Fig 2C-2E,
Table 2) are also in good agreement with previous reports that endurance exercise induces in-
creases in mitochondrial numbers [63,64] and elevated levels of mitochondrial respiratory
complex enzyme activities [63,59,61,65,23].

A similar background exists for the findings that endurance exercise provokes an increase in
IMCL content in both slow/type I and fast/type II fibres, and an increment in capillary density
(Fig 2B-2D, Table 2). Higher amounts of IMCL have been established in the muscles of endur-
ance-trained athletes [66,67], and in those of overweight to obese, insulin-resistant, older sub-
jects. After moderate exercise training, the latter could improve their IMCL content by 21%
[68]. The lipid droplets are usually aggregated in the vicinity of mitochondria and are regarded
as energy source during prolonged exercise [13]. It is also well known that human skeletal mus-
cle responds to endurance training by the formation of new capillaries [69,64,61].

A valuable extension in the present understanding of the implications of SNP Gly482Ser
emerges in relation to the observation that the carriers of this SNP fail to respond to endurance
training by a fast-to-slow conversion in the fibre type proportions while all other training-sen-
sitive variables are equally responsive in carriers and controls. This demonstrates that the role
of Gly482Ser in training response is highly selective, thus allowing to suggest that it is intimate-
ly connected with, and confined to, the regulatory effectiveness of myocyte enhancer factor 2
(MEEF2). This transcription factor is a key regulator of slow muscle identity [70]. Previous work
has shown that the Gly482Ser SNP changes the amino acid sequence in the MEF2 binding site
of the PGC-1o. protein and causes an impaired interaction with MEF2C [32]. MEF2 proteins
are activated through the calcium-regulated calcineurin signaling pathway [70,71]. When over-
expressed, MEF2C promotes the formation of slow fibres, thus enhancing running endurance
in mice [72]. Genetic deletion of Mef2c has been shown to block activity-dependent (exercise-
induced) fast-to-slow fibre type transition [72]. This is in line with the proposed role of PGC-
Lo in such transitions. Muscle-specific overexpression of PGC-1a has been shown to evoke a
transition of glycolytic type II in oxidative type I fibres [18]. This shift is initiated by the forma-
tion of a PGC-10/MEF?2 transcription complex which then activates the expression of slow
muscle genes [73]. Evidence in mice suggests that a similar change to slow type I fibres is
mediated by PGC-1a together with the orphan nuclear receptor estrogen-related receptor-o
(ERR-0) via up-regulation of HIF2a [74]. Handschin et al. [19] have shown that PGC-1a defi-
cient mice display a significant shift from slow oxidative type I and fast oxidative IIA toward
fast glycolytic type IIX and IIB fibres, resulting in a reduced endurance capacity. The results of
the present work provide strong support for the view that impairment of the MEF2 binding
site in PGC-1a evoked by the Gly482Ser amino acid change is the key factor behind the ab-
sence of fast-to-slow fibre type conversion in the endurance training response of the carriers of
this SNP.

From the present results it is likely that it is this deficiency in exercise-induced fast-to-slow
fibre type transformation which explains the reduced aerobic performance level of persons
with the Gly482Ser SNP [35,33,30,36-38]. The impaired MEF2 binding to PGC-10. may then
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also explain the observation that carriers of the Gly482Ser SNP exhibit a reduced insulin sensi-
tivity [33,34] and a higher risk for metabolic syndrome and type 2 diabetes [35,33,30,36,37].
This because MEF2 is required for the muscle-specific expression of the insulin-responsive glu-
cose transporter 4 (GLUT4) [75,76]. This protein is located in the muscle cell membrane and
mediates the insulin-stimulated glucose transport into the muscle cells thereby reducing blood
glucose levels [77].

In contrast to this, our results demonstrate that there is no adverse influence of SNP Gly482-
Ser on the training response of mitochondrial density, CS and OXPHOS complex activity, and
mtDNA copy number, content of intracellular lipid (IMCL) and capillary density. This despite
the fact that PGC-1a. is known to be a key regulator of mitochondrial biogenesis [18,16,78],
and is also involved in the formation of lipid droplets [79,80] and capillaries [81,82,78]. How-
ever, the essential difference to PGC-1o dependent fibre type conversion is that these processes
depend upon interactions of PGC-1a with coactivators which bind to areas of the protein that
are all located outside the MEF2 binding site. A domain between amino acids 200 and 400 in-
teracts with the nuclear receptors PPARy and NRF-1 [83], which are considered as master reg-
ulators of mitochondrial biogenesis [84]. PGC-1 binds to and activates the transcriptional
function of NRF-1 on the promoter for TEAM, a direct regulator of mitochondrial DNA repli-
cation and transcription [16]. Another domain that predominantly binds to nuclear hormone
receptors such as ERR-o, PPARs, RXR, glucocorticoid receptor, HNF4, and probably others, is
an LXXLL sequence in the N-terminal region of PGC-1o. [83]. This sequence is necessary for
the coactivation of the nuclear receptor liver x receptor o (LXRar) [85]. The transcription com-
plex of LXRo and PGC-1o: then activates fatty acid synthase (FAS), a multifunctional enzyme
that catalyzes all reactions required for the de novo biosynthesis of lipid [79]. The binding site
of the nuclear receptor ERR-o is also in the LXXLL region of PGC-1o. [83]. The transcription
complex formed by ERR-o. and PGC-1c: induces the expression of VEGF, a potent stimulator
of angiogenesis [86,81].

An at first sight surprising result is that the carriers of SNP Gly482Ser had, despite their dis-
ability to activate fast-to-slow fibre type transition in response to training, at baseline signifi-
cantly more slow oxidative type I fibres than the controls. Interestingly, a similar surplus of
slow type I fibres compared to genetically normal controls is known from analyses of fibre type
proportions in the gastrocnemius, plantaris and soleus muscles of PGC-1o knock-out mice
[78,87]. The reason for this is as yet undetermined. However, the very presence of slow type I
fibres in such mice at least demonstrates that PGC-10. is not mandatory for embryonic/fetal
slow fibre formation and for the subsequent maintenance of this fibre type. Rather, our data
suggest that PGC-1a. is involved in exercise-induced fibre type transformation.

In conclusion, the present study provides evidence for the first time that the Gly482Ser SNP
in PGC-1o disables exercise-induced fast-to-slow fibre type transformation while all other im-
portant variables, such as capillary supply, mitochondrial density, mitochondrial enzyme activ-
ities and intramyocellular lipid content, exhibit clear responses to the training intervention.
This may be a key element to explain the overall reduced effectiveness of aerobic exercise train-
ing at submaximal performance levels [38]. Beyond confirming the previously established role
of PGC-1a in muscle fibre type transformation, the work adds to our understanding of the mo-
lecular mechanisms by which endurance exercise training changes the phenotype of human
skeletal muscle, and it highlights the importance of analysing disease related SNP alleles in the
development of future strategies of prevention and therapy.

PLOS ONE | DOI:10.1371/journal.pone.0123881 April 17,2015 12/17



@’PLOS | ONE

Impact of SNP in PGC-1a on Exercised Muscle Phenotype

Acknowledgments

The authors thank all volunteer participants for their support and understanding during the
duration of the study. Additional thanks go to Wolf-Dietrich Krautgartner and Michaela Klap-
pacher for providing excellent technical support.

Author Contributions

Conceived and designed the experiments: PS RGF AMS WS BK HF BP SRD. Performed the ex-
periments: PS RGF LK IK SR ALS IL WS HF SRD. Analyzed the data: PS RGF AMS WS BK BP
SRD. Wrote the paper: PS RGF AMS WS BK HF BP SRD. Recruited the participants: BP SRD.

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

Yan Z, Okutsu M, Akhtar YN, Lira VA. Regulation of exercise-induced fiber type transformation, mito-
chondrial biogenesis, and angiogenesis in skeletal muscle. J Appl Physiol. 2011; 110: 264—274. doi:
10.1152/japplphysiol.00993.2010 PMID: 21030673

Pan XR, Li GW, Hu YH, Wang JX, Yang WY, An ZW, et al. Effects of diet and exercise in preventing
NIDDM in people with impaired glucose tolerance: the Da Qing IGT and Diabetes Study. Diabetes
Care. 1997; 20: 537-544. PMID: 9096977

Tuomilehto J, Lindstrdm J, Eriksson JG, Valle TT, Hamalainen H, llanne-Parikka P, et al. Prevention of
type 2 diabetes mellitus by changes in lifestyle among subjects with impaired glucose tolerance. N Engl
J Med. 2001; 344: 1343-1350. PMID: 11333990

Knowler WC, Barrett-Connor E, Fowler SE, Hamman RF, Lachin JM, Walder EA, et al. Reduction in the
incidence of type 2 diabetes with lifestyle intervention or metformin. N Engl J Med. 2002; 346: 393—
403. PMID: 11832527

Laaksonen DE, Lindstrom J, Lakka TA, Eriksson JG, Niskanen L, Wikstrom K, et al. Physical activity in
the prevention of type 2 diabetes. The Finnish Diabetes Prevention Study. Diabetes. 2005; 54: 158—
165. PMID: 15616024

Shono N, Urata H, Saltin B, Mizuno M, Harada T, Shindo M, et al. Effects of low intensity aerobic train-
ing on skeletal muscle, capillary and blood lipoprotein profiles. J Atheroscler Thromb. 2002; 9: 1-11.
PMID: 12238634

Hakim AA, Curb D, Petrovitsch H, Rodriguez BL, Yano K, Ross GW, et al. Effects of walking on coro-
nary heart disease in elderly men. The Honolulu Heart Program. Circulation. 1999; 100: 9-13. PMID:
10393674

Kelley DE, Mandarino LJ. Fuel selection in human skeletal muscle in insulin resistance. Diabetes.
2000; 49:677-683. PMID: 10905472

Goodpaster BH, Wolfe RR, Kelley DE. Effects of obesity on substrate utilization during exercise. Obes
Res. 2002; 10: 575-584. PMID: 12105277

Schiaffino S. Fibre types in skeletal muscle: a personal account. Acta Physiol. 2010; 199: 451-463.
doi: 10.1111/j.1748-1716.2010.02130.x PMID: 20353491

Irrcher |, Adhihetty PJ, Sheehan T, Joseph AM, Hood DA. PPARYy coactivator-1a expression during thy-
roid hormone- and contractile activity-induced mitochondrial adaptations. Am J Physiol Cell Physiol.
2003; 284: C1669-C1677. PMID: 12734114

Holloszy JO. Regulation by exercise of skeletal muscle content of mitochondria and GLUT4. J Physiol
Pharmacol. 2008; 59: 5-18. PMID: 19258654

van Loon LJC, Goodpaster BH. Increased intramuscular lipid storage in the insulin-resistant and endur-
ance-trained state. Pflugers Arch. 2006; 451: 606-616. PMID: 16155759

Olesen J, Kiilerich K, Pilegaard H. PGC-1a-mediated adaptations in skeletal muscle. Pflugers Arch.
2010; 460: 153—162. doi: 10.1007/s00424-010-0834-0 PMID: 20401754

Kang C, Ji LL. Role of PGC-1a in muscle function and aging. J Sport Health Sci. 2013; 2: 81-86.

Wu Z, Puigserver P, Andersson U, Zhang C, Adelmant G, Mootha V, et al. Mechanisms controlling mi-
tochondrial biogenesis and respiration through the thermogenic coactivator PGC-1. Cell. 1999; 98:
115-124. PMID: 10412986

Koves TR, Li P, An J, Akimoto T, Slentz D, llkayeva O, et al. Peroxisome proliferator-activated recep-
tor-y co-activator 1a-mediated metabolic remodeling of skeletal myocytes mimics exercise training and
reverses lipid-induced mitochondrial inefficiency. J Biol Chem. 2005; 280: 33588-33598. PMID:
16079133

PLOS ONE | DOI:10.1371/journal.pone.0123881

April 17,2015 13/17


http://dx.doi.org/10.1152/japplphysiol.00993.2010
http://www.ncbi.nlm.nih.gov/pubmed/21030673
http://www.ncbi.nlm.nih.gov/pubmed/9096977
http://www.ncbi.nlm.nih.gov/pubmed/11333990
http://www.ncbi.nlm.nih.gov/pubmed/11832527
http://www.ncbi.nlm.nih.gov/pubmed/15616024
http://www.ncbi.nlm.nih.gov/pubmed/12238634
http://www.ncbi.nlm.nih.gov/pubmed/10393674
http://www.ncbi.nlm.nih.gov/pubmed/10905472
http://www.ncbi.nlm.nih.gov/pubmed/12105277
http://dx.doi.org/10.1111/j.1748-1716.2010.02130.x
http://www.ncbi.nlm.nih.gov/pubmed/20353491
http://www.ncbi.nlm.nih.gov/pubmed/12734114
http://www.ncbi.nlm.nih.gov/pubmed/19258654
http://www.ncbi.nlm.nih.gov/pubmed/16155759
http://dx.doi.org/10.1007/s00424-010-0834-0
http://www.ncbi.nlm.nih.gov/pubmed/20401754
http://www.ncbi.nlm.nih.gov/pubmed/10412986
http://www.ncbi.nlm.nih.gov/pubmed/16079133

@’PLOS | ONE

Impact of SNP in PGC-1a on Exercised Muscle Phenotype

18.

19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

LinJ, Wu H, Tarr PT, Zhang CY, Wu Z, Boss O, et al. Transcriptional co-activator PGC-1a drives the
formation of slow-twitch muscle fibres. Nature. 2002; 418: 797-801. PMID: 12181572

Handschin C, Chin S, Li P, Liu F, Maratos-Flier E, Lebrasseur NK, et al. Skeletal muscle fiber-type
switching, exercise intolerance, and myopathy in PGC-1a muscle-specific knock-out animals. J Biol
Chem. 2007; 282: 30014-30021. PMID: 17702743

Kramer DK, Ahlsen M, Norrbom J, Jansson E, Hjeltnes N, Gustafsson T, et al. Human skeletal muscle
fibre type variations correlate with PPARa, PPARS and PGC-1a mRNA. Acta Physiol. 2006; 188: 207—
216. PMID: 17054660

Mathai AS, Bonen A, Benton CR, Robinson DL, Graham TE. Rapid exercise-induced changes in PGC-
1a mRNA and protein in human skeletal muscle. J Appl Physiol. 2008; 105: 1098-1105. doi: 10.1152/
japplphysiol.00847.2007 PMID: 18653753

Little JP, Safdar A, Bishop D, Tarnopolsky MA, Gibala MJ. An acute bout of high-intensity interval train-
ing increases the nuclear abundance of PGC-1a and activates mitochondrial biogenesis in human skel-
etal muscle. Am J Physiol Regul Integr Comp Physiol. 2011; 300: R1303-R1310. doi: 10.1152/
ajpregu.00538.2010 PMID: 21451146

Cobley JN, Bartlett JD, Kayani A, Murray SW, Louhelainen J, Donovan T, et al. PGC-1a transcriptional
response and mitochondrial adaptation to acute exercise is maintained in skeletal muscle of sedentary
elderly males. Biogerontology. 2012; 13: 621-631. doi: 10.1007/s10522-012-9408-1 PMID: 23187721

Pilegaard H, Osada T, Andersen LT, Helge JW, Saltin B, Neufer D. Substrate availability and transcrip-
tional regulation of metabolic genes in human skeletal muscle during recovery from exercise. Metabo-
lism. 2005; 54: 1048—1055. PMID: 16092055

Dumke CL, Davies JM, Murphy EA, Nieman DC, Carmichael MD, Quindry JC, et al. Successive bouts
of cycling stimulates genes associated with mitochondrial biogenesis. Eur J Appl Physiol. 2009; 107:
419-427. doi: 10.1007/s00421-009-1143-1 PMID: 19657668

Wright DC, Han DH, Garcia-Roves PM, Geiger PC, Jones TE, Holloszy JO. Exercise-induced mito-
chondrial biogenesis begins before the increase in muscle PGC-1a expression. J Biol Chem. 2007;
282:194—-199. PMID: 17099248

Lowell BB, Shulman Gl. Mitochondrial dysfunction and type 2 diabetes. Science. 2005; 307: 384-387.
PMID: 15662004

Patti ME, Butte AJ, Crunkhorn S, Cusi K, Berria R, Kashyap S, et al. Coordinated reduction of genes of
oxidative metabolism in humans with insulin resistance and diabetes: Potential role of PGC1 and
NRF1. Proc Natl Acad Sci U S A. 2003; 100: 8466-8471. PMID: 12832613

Timmons JA, Norrbom J, Scheele C, Thornberg H, Wahlestedt C, Tesch P. Expression profiling follow-
ing local muscle inactivity in humans provides new perspective on diabetes-related genes. Genomics.
2006; 87:165-172. PMID: 16326070

Lucia A, Gomez-Gallego F, Barroso |, Rabadan M, Bandres F, San Juan AF, et al. PPARGC1A geno-
type (Gly482Ser) predicts exceptional endurance capacity in European men. J Appl Physiol. 2005; 99:
344-348. PMID: 15705733

Ahmetov Il, Williams AG, Popov DV, Lyubaeva EV, Hakimullina AM, Fedotovskaya ON, et al. The com-
bined impact of metabolic gene polymorphisms on elite endurance athlete status and related pheno-
types. Hum Genet. 2009; 126: 751-761. doi: 10.1007/s00439-009-0728-4 PMID: 19653005

Zhang SL, Lu WS, Yan L, Wu MC, Xu MT, Chen LH, et al. Association between peroxisome prolifera-
tor-activated receptor-y coactivator-1a gene polymorphisms and type 2 diabetes in southern Chinese
population: role of altered interaction with myocyte enhancer factor 2C. Chin Med J. 2007; 120: 1878—
1885. PMID: 18067759

Hara K, Tobe K, Okada T, Kadowaki H, Akanuma Y, Ito C, et al. A genetic variation in the PGC-1 gene
could confer insulin resistance and susceptibility to Type Il diabetes. Diabetologia. 2002; 45: 740-743.
PMID: 12107756

Stefan N, Thamer C, Staiger H, Machicao F, Machann J, Schick F, et al. Genetic variations in PPARD
and PPARGC1A determine mitochondrial function and change in aerobic physical fitness and insulin
sensitivity during lifestyle intervention. J Clin Endocrinol Metab. 2007; 92: 1827-1833. PMID:
17327385

Ek J, Andersen G, Urhammer SA, Gaede PH, Drivsholm T, Borch-dJohnsen K, et al. Mutation analysis
of peroxisome proliferator-activated receptor-y coactivator-1 (PGC-1) and relationships of identified
amino acid polymorphisms to Type Il diabetes mellitus. Diabetologia. 2001; 44: 2220-2226. PMID:
11793024

Vohl MC, Houde A, Lebel S, Hould FS, Marceau P. Effects of the peroxisome proliferator-activated re-
ceptor-y co-activator-1 Gly482Ser variant on features of the metabolic syndrome. Mol Genet Metab.
2005; 86: 300-306. PMID: 16122961

PLOS ONE | DOI:10.1371/journal.pone.0123881

April 17,2015 14/17


http://www.ncbi.nlm.nih.gov/pubmed/12181572
http://www.ncbi.nlm.nih.gov/pubmed/17702743
http://www.ncbi.nlm.nih.gov/pubmed/17054660
http://dx.doi.org/10.1152/japplphysiol.00847.2007
http://dx.doi.org/10.1152/japplphysiol.00847.2007
http://www.ncbi.nlm.nih.gov/pubmed/18653753
http://dx.doi.org/10.1152/ajpregu.00538.2010
http://dx.doi.org/10.1152/ajpregu.00538.2010
http://www.ncbi.nlm.nih.gov/pubmed/21451146
http://dx.doi.org/10.1007/s10522-012-9408-1
http://www.ncbi.nlm.nih.gov/pubmed/23187721
http://www.ncbi.nlm.nih.gov/pubmed/16092055
http://dx.doi.org/10.1007/s00421-009-1143-1
http://www.ncbi.nlm.nih.gov/pubmed/19657668
http://www.ncbi.nlm.nih.gov/pubmed/17099248
http://www.ncbi.nlm.nih.gov/pubmed/15662004
http://www.ncbi.nlm.nih.gov/pubmed/12832613
http://www.ncbi.nlm.nih.gov/pubmed/16326070
http://www.ncbi.nlm.nih.gov/pubmed/15705733
http://dx.doi.org/10.1007/s00439-009-0728-4
http://www.ncbi.nlm.nih.gov/pubmed/19653005
http://www.ncbi.nlm.nih.gov/pubmed/18067759
http://www.ncbi.nlm.nih.gov/pubmed/12107756
http://www.ncbi.nlm.nih.gov/pubmed/17327385
http://www.ncbi.nlm.nih.gov/pubmed/11793024
http://www.ncbi.nlm.nih.gov/pubmed/16122961

@’PLOS | ONE

Impact of SNP in PGC-1a on Exercised Muscle Phenotype

37.

38.

39.

40.

4.

42,

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.
55.

56.

57.

58.

59.

60.

Andrulionyte L, Peltola P, Chiasson JL, Laakso M, STOP-NIDDM Study Group. Single nucleotide poly-
morphisms of PPARD in combination with the Gly482Ser substitution of PGC-1A and the Pro12Ala sub-
stitution of PPARG2 predict the conversion from impaired glucose tolerance to type 2 diabetes: the
STOP-NIDDM trial. Diabetes. 2006; 55: 2148-2152. PMID: 16804087

Ring-Dimitriou S, Kedenko L, Kedenko I, Feichtinger RG, Steinbacher P, Stoiber W, et al. Does genetic
variation in PPARGC1A affect exercise-induced changes in ventilatory thresholds and metabolic syn-
drome? J Exerc Physiol Online. 2014; 17: 1-18.

Choi YS, Hong JM, Lim S, Ko KS, Pak YK. Impaired coactivator activity of the Gly,g, variant of peroxi-
some proliferator-activated receptor y coactivator-1a (PGC-1a) on mitochondrial transcription factor A
(Tfam) promoter. Biochem Biophys Res Commun. 2006; 344:708-712. PMID: 16631115

Sandhofer A, Iglseder B, Paulweber B, Ebenbichler CF, Patsch JR. Comparison of different definitions
of the metabolic syndrome. Eur J Clin Invest. 2007; 37: 109-116. PMID: 17217376

Lean ME, Han TS, Morrison CE. Waist circumference as a measure for indicating need for weight man-
agement. BMJ. 1995; 311: 158-161. PMID: 7613427

Wasserman K, Mcllroy MB. Detecting the threshold of anaerobic metabolism in cardiac patients during
exercise. Am J Cardiol. 1964; 14: 844-852. PMID: 14232808

Buchfuhrer MJ, Hansen JE, Robinson TE, Sue DY, Wasserman K, Whipp BJ. Optimizing the exercise
protocol for cardiopulmonary assessment. J Appl Physiol. 1983; 55: 1558—1564. PMID: 6643191

Scheuermann BW, Kowalchuk JM. Attenuated respiratory compensation during rapidly incremented
ramp exercise. Respir Physiol. 1998; 114:227-238. PMID: 9926987

Wasserman K, Hansen JE, Sue DY, Stringer WW, Whipp BJ. Principles of exercise testing and inter-
pretation. Philadelphia: Lippincott Williams and Wilkins; 2005.

Bergstroem J. Percutaneous needle biopsy of skeletal muscle in physiological and clinical research.
Scand J Clin Lab Invest. 1975; 35:609-616. PMID: 1108172

Steinbacher P, Tauber M, Kogler S, Stoiber W, Resch H, Sanger AM. Effects of rotator cuff ruptures on
the cellular and intracellular composition of the human supraspinatus muscle. Tissue Cell. 2010; 42:
37-41. doi: 10.1016/j.tice.2009.07.001 PMID: 19709709

Fitts RH, Riley DR, Widrick JJ. Functional and structural adaptations of skeletal muscle to microgravity.
J Exp Biol. 2001; 204: 3201-3208. PMID: 11581335

Tarnopolsky MA, Rennie CD, Robertshaw HA, Fedak-Tarnopolsky SN, Devries MC, Hamadeh MJ. In-
fluence of endurance exercise training and sex on intramyocellular lipid and mitochondrial ultrastruc-
ture, substrate use, and mitochondrial enzyme activity. Am J Physiol Regul Integr Comp Physiol. 2007;
292: R1271-R1278. PMID: 17095651

Shaw CS, Jones DA, Wagenmakers AJM. Network distribution of mitochondria and lipid droplets in
human muscle fibres. Histochem Cell Biol. 2008; 129: 65-72. PMID: 17938948

Weibel ER. Stereological methods. Vol. 1: Practical methods for biological morphometry. London: Ac-
ademic Press; 1979.

Feichtinger RG, Zimmermann F, Mayr JA, Neureiter D, Hauser-Kronberger C, Schilling FH, et al. Low
aerobic mitochondrial energy metabolism in poorly—or undifferentiated neuroblastoma. BMC Cancer.
2010; 10: 149. doi: 10.1186/1471-2407-10-149 PMID: 20398431

Feichtinger RG, Zimmermann FA, Mayr JA, Neureiter D, Ratschek M, Jones N, et al. Alterations of re-
spiratory chain complexes in sporadic pheochromocytoma. Front Biosci. 2011; 3: 194—200. PMID:
21196298

Srere PA. Citrate synthase. Methods Enzymol. 1969; 13: 3-11.
Berger A, Mayr JA, Meierhofer D, Fotschl U, Bittner R, Budka H, et al. Severe depletion of mitochondrial
DNA in spinal muscular atrophy. Acta Neuropathol. 2003; 105: 245-251. PMID: 12557011

Meierhofer D, Mayr JA, Foétschl U, Berger A, Fink R, Schmeller N, et al. Decrease of mitochondrial DNA
content and energy metabolism in renal cell carcinomas. Carcinogenesis. 2004; 25: 1005-1010.
PMID: 14764459

Rustin P, Chretien D, Bourgeron T, Gerard B, Rotig A, Saudubray JM, et al. Biochemical and molecular
investigations in respiratory chain deficiencies. Clin Chim Acta. 1994; 228: 35-51. PMID: 7955428

Jansson E, Sjédin B, Tesch P. Changes in muscle fibre type distribution in man after physical training.
A sign of fibre type transformation? Acta Physiol Scand. 1978; 104:235-237. PMID: 716974

Howald H, Hoppeler H, Claassen H, Mathieu O, Straub R. Influences of endurance training on the ultra-
structural composition of the different muscle fiber types in humans. Pflugers Arch. 1985; 403: 369—
376. PMID: 4011389

Thayer R, Collins J, Noble EG, Taylor AW. A decade of aerobic endurance training: histological evi-
dence for fibre type transformation. J Sports Med Phys Fitness. 2000; 40: 284—289. PMID: 11296997

PLOS ONE | DOI:10.1371/journal.pone.0123881

April 17,2015 15/17


http://www.ncbi.nlm.nih.gov/pubmed/16804087
http://www.ncbi.nlm.nih.gov/pubmed/16631115
http://www.ncbi.nlm.nih.gov/pubmed/17217376
http://www.ncbi.nlm.nih.gov/pubmed/7613427
http://www.ncbi.nlm.nih.gov/pubmed/14232808
http://www.ncbi.nlm.nih.gov/pubmed/6643191
http://www.ncbi.nlm.nih.gov/pubmed/9926987
http://www.ncbi.nlm.nih.gov/pubmed/1108172
http://dx.doi.org/10.1016/j.tice.2009.07.001
http://www.ncbi.nlm.nih.gov/pubmed/19709709
http://www.ncbi.nlm.nih.gov/pubmed/11581335
http://www.ncbi.nlm.nih.gov/pubmed/17095651
http://www.ncbi.nlm.nih.gov/pubmed/17938948
http://dx.doi.org/10.1186/1471-2407-10-149
http://www.ncbi.nlm.nih.gov/pubmed/20398431
http://www.ncbi.nlm.nih.gov/pubmed/21196298
http://www.ncbi.nlm.nih.gov/pubmed/12557011
http://www.ncbi.nlm.nih.gov/pubmed/14764459
http://www.ncbi.nlm.nih.gov/pubmed/7955428
http://www.ncbi.nlm.nih.gov/pubmed/716974
http://www.ncbi.nlm.nih.gov/pubmed/4011389
http://www.ncbi.nlm.nih.gov/pubmed/11296997

@’PLOS | ONE

Impact of SNP in PGC-1a on Exercised Muscle Phenotype

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

Coggan AR, Spina RJ, King DS, Rogers MA Brown M, Nemeth PM, et al. Skeletal muscle adaptations
to endurance training in 60- to70-yr-old men and women. J Appl Physiol. 1992; 72: 1780-1786. PMID:
1601786

Putman CT, Xu X, Gillies E, MacLean IM, Bell GJ. Effects of strength, endurance and combined training
on myosin heavy chain content and fibre-type distribution in humans. Eur J Appl Physiol. 2004; 92:
376-384. PMID: 15241691

Holloszy JO. Biochemical adaptations in muscle. Effects of exercise on mitochondrial oxygen uptake
and respiratory enzyme activity in skeletal muscle. J Biol Chem. 1967; 242: 2278-2282. PMID:
4290225

Ingjer F. Effects of endurance training on muscle fibre ATP-ase activity, capillary supply and mitochon-
drial content in man. J Physiol. 1979; 294: 419-432. PMID: 159945

Gibala MJ, Little JP, van Essen M, Wilkin GP, Burgomaster KA, Safdar A, et al. Short-term sprint inter-
val versus traditional endurance training: similar initial adaptations in human skeletal muscle and exer-
cise performance. J Physiol. 2006; 575: 901-911. PMID: 16825308

Goodpaster BH, He J, Watkins S, Kelley DE. Skeletal muscle lipid content and insulin resistance: evi-
dence for a paradox in endurance-trained athletes. J Clin Endocrinol Metab. 2001; 86: 5755-5761.
PMID: 11739435

Amati F, Dubé JJ, Alvarez-Carnero E, Edreira MM, Chomentowski P, Coen PM, et al. Skeletal muscle
triglycerides, diacylglycerols, and ceramides in insulin resistance: another paradox in endurance-
trained athletes? Diabetes. 2011; 60: 2588—-2597. doi: 10.2337/db10-1221 PMID: 21873552

Dubé JJ, Amati F, Stefanovic-Racic M, Toledo FG, Sauers SE, Goodpaster BH. Exercise-induced alter-
ations in intramyocellular lipids and insulin resistance: the athlete's paradox revisited. Am J Physiol
Endocrinol Metab. 2008; 294: E882—E888. doi: 10.1152/ajpendo.00769.2007 PMID: 18319352

Andersen P, Henriksson J. Capillary supply of the quadriceps femoris muscle of man: adaptive re-
sponse to exercise. J Physiol. 1977; 270: 677-690. PMID: 198532

Chin ER, Olson EN, Richardson JA, Yang Q, Humphries C, Shelton JM, et al. A calcineurin-dependent
transcriptional pathway controls skeletal muscle fiber type. Genes Dev. 1998; 12: 2499-2509. PMID:
9716403

Wu H, Naya FJ, McKinsey TA, Mercer B, Shelton JM, Chin ER, et al. MEF2 responds to multiple calci-
um-regulated signals in the control of skeletal muscle fiber type. EMBO J. 2000; 19: 1963—-1973. PMID:
10790363

Potthoff MJ, Wu H, Arnold MA, Shelton JM, Backs J, McAnally J, et al. Histone deacetylase degradation
and MEF2 activation promote the formation of slow-twitch myofibers. J Clin Invest. 2007; 117: 2459—
2467. PMID: 17786239

Handschin C, Rhee J, Lin J, Tarr PT, Spiegelman BM. An autoregulatory loop controls peroxisome pro-
liferator-activated receptor y coactivator 1a expression in muscle. Proc Natl Acad Sci U S A. 2003;
100: 7111-7116. PMID: 12764228

Rasbach KA, Gupta RK, Ruas JL, Wu J, Naseri E, Estall JL, et al. PGC-1a regulates a HIF2a-depen-
dent switch in skeletal muscle fiber types. Proc Natl Acad Sci U S A. 2010; 107: 21866—21871. doi: 10.
1073/pnas.1016089107 PMID: 21106753

Mora S, Pessin JE. The MEF2A isoform is required for striated muscle-specific expression of the insu-
lin-responsive GLUT4 glucose transporter. J Biol Chem. 2000; 275: 16323—-16328. PMID: 10748204

McGee SL, Sparling D, Olson AL, Hargreaves M. Exercise increases MEF2- and GEF DNA-binding ac-
tivity in human skeletal muscle. FASEB J. 2006; 20: 348—-349. PMID: 16368714

Holloszy JO. A forty-year memoir of research on the regulation of glucose transport into muscle. Am J
Physiol Endocrinol Metab. 2003; 284: E453—-E467. PMID: 12556346

Geng T, Li P, Okutsu M, Yin X, Kwek J, Zhang M, et al. PGC-1a plays a functional role in exercise-in-
duced mitochondrial biogenesis and angiogenesis but not fiber-type transformation in mouse skeletal
muscle. Am J Physiol Cell Physiol. 2010; 298: C572—C579. doi: 10.1152/ajpcell.00481.2009 PMID:
20032509

Summermatter S, Baum O, Santos G, Hoppeler H, Handschin C. Peroxisome proliferator-activated re-
ceptor y coactivator 1a (PGC-1a) promotes skeletal muscle lipid refueling in vivo by activating de novo
lipogenesis and the pentose phosphate pathway. J Biol Chem. 2010; 285: 32793-32800. doi: 10.1074/
jbc.M110.145995 PMID: 20716531

Koves TR, Sparks LM, Kovalik JP, Mosedale M, Arumugam R, DeBalsi KL, et al. PPARYy coactivator-
1a contributes to exercise-induced regulation of intramuscular lipid droplet programming in mice and
humans. J Lipid Res. 2013; 54: 522-534. doi: 10.1194/jir.P028910 PMID: 23175776

PLOS ONE | DOI:10.1371/journal.pone.0123881

April 17,2015 16/17


http://www.ncbi.nlm.nih.gov/pubmed/1601786
http://www.ncbi.nlm.nih.gov/pubmed/15241691
http://www.ncbi.nlm.nih.gov/pubmed/4290225
http://www.ncbi.nlm.nih.gov/pubmed/159945
http://www.ncbi.nlm.nih.gov/pubmed/16825308
http://www.ncbi.nlm.nih.gov/pubmed/11739435
http://dx.doi.org/10.2337/db10-1221
http://www.ncbi.nlm.nih.gov/pubmed/21873552
http://dx.doi.org/10.1152/ajpendo.00769.2007
http://www.ncbi.nlm.nih.gov/pubmed/18319352
http://www.ncbi.nlm.nih.gov/pubmed/198532
http://www.ncbi.nlm.nih.gov/pubmed/9716403
http://www.ncbi.nlm.nih.gov/pubmed/10790363
http://www.ncbi.nlm.nih.gov/pubmed/17786239
http://www.ncbi.nlm.nih.gov/pubmed/12764228
http://dx.doi.org/10.1073/pnas.1016089107
http://dx.doi.org/10.1073/pnas.1016089107
http://www.ncbi.nlm.nih.gov/pubmed/21106753
http://www.ncbi.nlm.nih.gov/pubmed/10748204
http://www.ncbi.nlm.nih.gov/pubmed/16368714
http://www.ncbi.nlm.nih.gov/pubmed/12556346
http://dx.doi.org/10.1152/ajpcell.00481.2009
http://www.ncbi.nlm.nih.gov/pubmed/20032509
http://dx.doi.org/10.1074/jbc.M110.145995
http://dx.doi.org/10.1074/jbc.M110.145995
http://www.ncbi.nlm.nih.gov/pubmed/20716531
http://dx.doi.org/10.1194/jlr.P028910
http://www.ncbi.nlm.nih.gov/pubmed/23175776

@’PLOS | ONE

Impact of SNP in PGC-1a on Exercised Muscle Phenotype

81.

82.

83.

84.

85.

86.

87.

Chinsomboon J, Ruas J, Gupta RK, Thom R, Shoag J, Rowe GC, et al. The transcriptional coactivator
PGC-1a mediates exercise-induced angiogenesis in skeletal muscle. Proc Natl Acad Sci U S A. 2009;
106: 21401-21406. doi: 10.1073/pnas.0909131106 PMID: 19966219

Leick L, Hellsten Y, Fentz J, Lyngby SS, Wojtaszewski JF, Hidalgo J, et al. PGC-1a mediates exercise-
induced skeletal muscle VEGF expression in mice. Am J Physiol Endocrinol Metab. 2009; 297: E92—
103. doi: 10.1152/ajpendo.00076.2009 PMID: 19401459

Puigserver P, Spiegelman BM. Peroxisome proliferator-activated receptor-y coactivator 1a (PGC-1a):
transcriptional coactivator and metabolic regulator. Endocr Rev. 2003; 24: 78-90. PMID: 12588810

Scarpulla RC, Vega RB, Kelly DP. Transcriptional integration of mitochondrial biogenesis. Trends
Endocrinol Metab. 2012; 23: 459-466. doi: 10.1016/j.tem.2012.06.006 PMID: 22817841

Oberkofler H, Schraml E, Krempler F, Patsch W. Potentiation of liver X receptor transcriptional activity
by peroxisome-proliferator-activated receptor y co-activator 1a. Biochem J. 2003; 371: 89-96. PMID:
12470296

Arany Z, Foo SY, Ma Y, Ruas JL, Bommi-Reddy A, Girnun G, et al. HIF-independent regulation of
VEGF and angiogenesis by the transcriptional coactivator PGC-1a. Nature. 2008; 451: 1008—-1012.
doi: 10.1038/nature06613 PMID: 18288196

Zechner C, Lai L, Zechner JF, Geng T, Yan Z, Rumsey JW, et al. Total skeletal muscle PGC-1 deficien-
cy uncouples mitochondrial derangements from fiber type determination and insulin sensitivity. Cell
Metab. 2010; 12: 633—642. doi: 10.1016/j.cmet.2010.11.008 PMID: 21109195

PLOS ONE | DOI:10.1371/journal.pone.0123881

April 17,2015 17/17


http://dx.doi.org/10.1073/pnas.0909131106
http://www.ncbi.nlm.nih.gov/pubmed/19966219
http://dx.doi.org/10.1152/ajpendo.00076.2009
http://www.ncbi.nlm.nih.gov/pubmed/19401459
http://www.ncbi.nlm.nih.gov/pubmed/12588810
http://dx.doi.org/10.1016/j.tem.2012.06.006
http://www.ncbi.nlm.nih.gov/pubmed/22817841
http://www.ncbi.nlm.nih.gov/pubmed/12470296
http://dx.doi.org/10.1038/nature06613
http://www.ncbi.nlm.nih.gov/pubmed/18288196
http://dx.doi.org/10.1016/j.cmet.2010.11.008
http://www.ncbi.nlm.nih.gov/pubmed/21109195


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

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

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


