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in the musculus triceps brachii of the dominant arm
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Abstract In rodents, endurance training increases leptin
sensitivity in skeletal muscle; however, little is known
about the effects of exercise on the leptin signalling system
in human skeletal muscle. Thus, to determine whether
chronic muscle loading increases leptin receptor (OB-
R170) protein expression, body composition dual-energy
X-ray absorptiometry was assessed in nine professional
male tennis players (24 % 4 years old) and muscle biopsies
were obtained from the dominant (DTB) and non-dominant
(NDTB) arm triceps brachii (TB), and also from the right
vastus lateralis (VL). In each biopsy, the protein content of
OB-R170, perilipin A, suppressor of cytokine signalling 3
(SOCS3), protein tyrosine phosphatase 1B (PTP1B) and
signal transducer and activator of transcription 3 (STAT3)
phosphorylation were determined by western blot. The
DTB had 15% greater lean mass (P <0.05) and 62%
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greater OB-R170 protein expression (P < 0.05) than the
NDTB. SOCS3 and PTP1B protein expression was similar
in both arms, while STAT3 phosphorylation was reduced in
the NDTB. OB-R170 protein content was also higher in
DTB than in VL (P < 0.05). In summary, this study shows
that the functional isoform of the leptin receptor is up-regu-
lated in the hypertrophied TB. The latter combined with the
fact that both SOCS3 and PTP1B protein expression were
unaltered is compatible with increased leptin sensitivity in
this muscle. Our findings are also consistent with a role of
leptin signalling in muscle hypertrophy in healthy humans.

Keywords Leptin - SOCS3 - PTP1B - STAT3 -
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Introduction

Leptin is a hormone produced by the adipocytes with a crit-
ical role in the regulation of appetite, energy expenditure
and fat deposition (Zhang et al. 2005). Functional leptin
receptors have been identified in human skeletal muscle
(Fuentes et al. 2009; Guerra et al. 2007, 2008) and in vitro
assays using human abdominal muscle strips have shown
that in lean but not in obese subjects leptin is able to stimu-
late fatty acid oxidation, indicative of skeletal muscle leptin
resistance in obesity (Steinberg et al. 2002). Leptin may
also play a role in the regulation of muscle mass (Sainz
et al. 2009). The ob/ob mouse, which does not produce lep-
tin, and the db/db mouse, which lacks functional leptin
receptors, have lower muscle mass than comparable wild-
type lean mice (Madiehe et al. 2002; Trostler et al. 1979).
Leptin administration to these mice promotes muscle
hypertrophy (Madiehe et al. 2002; Sainz et al. 2009). How-
ever, very little is known about the influence that regular
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exercise has on leptin signalling in the skeletal muscle of
healthy humans.

Leptin may bind to leptin receptors (OB-R), of which six
OB-R isoforms have been identified (Tartaglia et al. 1995)
and classified into the categories of: secreted, short and long.
The secreted isoform or soluble leptin receptor (SOB-R) is
mostly secreted into the bloodstream by the liver (Cohen
et al. 2005) where it binds circulating leptin and regulates the
concentration of free leptin (Ge et al. 2002). The short and
long isoforms contain identical extracellular and transmem-
brane domains and differ in the length of the intracellular
amino acid sequence (Tartaglia 1997; Zhang et al. 2005).
Only the long isoform of the leptin receptor (OB-Rb) con-
tains intracellular motifs required for activation of the janus
kinase, the first step in leptin signalling (Tartaglia 1997).

Upon binding to the long form of its receptor (OB-RbD),
leptin stimulates janus kinase 2 (JAK2), which in turn,
autophosphorylates and activates the signal transducer and
activator of transcription 3 (STAT3). Reduced Tyr’%-
STATS3 phosphorylation in the presence of increased leptin
concentrations is indicative of leptin resistance (Hosoi et al.
2008). Leptin signalling may be attenuated by an increase
of the protein suppressor of cytokine signalling 3 (SOCS3),
which blunts JAK2/STAT3-dependent leptin signalling
(Bjorbaek et al. 2000) and causes leptin resistance in the
skeletal muscle (Steinberg et al. 2006). Protein tyrosine
phosphatase 1B (PTP1B) is also a negative regulator of lep-
tin and insulin signalling (Dube and Tremblay 2005) which
may be increased in skeletal muscle by inflammation
(Zabolotny et al. 2008). Similarly, the activation of PTP1B,
which causes dephosphorylation of the leptin receptor-
associated JAK2 (Dube and Tremblay 2005), could also
lead to leptin resistance.

Therefore, the purpose of this study was to determine if
chronic muscle loading alters OB-R protein expression,
STAT3 phosphorylation and the protein expression of
SOCS3 and PTP1B as negative regulators of leptin signal-
ling. To account for the influence of genetic, environmen-
tal, nutritional and endocrine factors that cannot be
controlled for in longitudinal studies, we decided to use a
unilateral loading model in humans. In so doing, we
obtained muscle biopsies from the triceps brachii (TB) of
the dominant (DTB) and non-dominant (NDTB) arm of
tennis players. To account for the influence of muscle fibre
composition on these signalling pathways, we also obtained
muscle biopsies from the m. vastus lateralis (VL), which in
these tennis players had a higher percentage of type 1 (2/3
of all fibres) than type 2 fibres (Sanchis-Moysi et al. 2009),
compared to both TB that had a higher percentage of type 2
(2/3 of all fibres) than type 1 muscle fibres. Our hypothesis
was that leptin receptors would be up-regulated in the dom-
inant arm and/or SOCS3 and PTP1B reduced, allowing for
increased leptin signalling in this muscle.

@ Springer

Methods
Materials

The Complete protease inhibitor and the Phospho-Stop
phosphatase inhibitor cocktails were obtained from Roche
Diagnostics (Mannheim, Germany). The polyclonal rabbit
anti-human leptin receptor antibody that recognizes three
isoforms of the human leptin receptor present in skeletal
muscle (Guerra etal. 2007) was obtained from Linco
Research (St Charles, MO, USA). The polyclonal rabbit
anti-perilipin A antibody was kindly provided by Dr
Andrew S. Greenberg. The polyclonal rabbit anti-human
SOCS3 antibody was obtained from Santa Cruz Biotech-
nology (Santa Cruz, CA, USA). The polyclonal rabbit anti-
Tyr’®-STAT3 and the monoclonal mouse anti-STAT3
antibodies were obtained from Cell Signaling Technology
(Danvers, MA, USA). The monoclonal mouse anti-PTP1B
was from Calbiochem (San Diego, CA, USA). The mono-
clonal mouse anti-alpha-tubulin antibody was obtained
from Sigma-Aldrich (St Louis, MO, USA). The secondary
HRP-conjugated goat anti-rabbit and donkey anti-mouse
antibodies were from Jackson ImmunoResearch (West
Grove, PA, USA). The Hybond-P transfer membranes,
Hyperfilm ECL and the ECL plus Western Blotting Detec-
tion System were from Amersham Biosciences (Little
Chalfont, Buckinghamshire, UK). The ChemiDoc XRS
System and the image analysis software Quantity One®
were obtained from Bio-Rad Laboratories (Hemel Hemp-
stead, Hertfordshire, UK).

Subjects

Nine male tennis players aged 24 + 4 (mean £ SD) agreed
to participate in this investigation (Table 1). Written
informed consent was obtained from each subject after they
received a full explanation of the nature and the possible
risks associated with the study procedures. The study was
approved by the ethical committee of the University of Las
Palmas de Gran Canaria. All subjects began tennis practice
before 12 years of age and had been trained and partici-
pated in professional tennis competitions of the Interna-
tional Tennis Federation (Futures and Challengers
tournaments).

Assessment of body composition

Body composition was determined by dual-energy X-ray
absorptiometry (Hologic QDR-1500, Hologic Corp., soft-
ware version 7.10, Waltham, MA, USA) as described else-
where (Perez-Gomez et al. 2008a, b). The lean mass of the
extremities was assumed to be equivalent to the muscle
mass (Calbet et al. 1998; Kim et al. 2006). From the whole
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Table 1 Body composition, basal plasma glucose and endocrine vari-
ables

Mean £+ SD
Age (years) 24.1 £ 3.6
Height (cm) 181.9 £8.5
Body mass (kg) 758 +9
% Body fat 11.8 £ 6.7
Lean mass DA (g) 3,643 £+ 407
Lean mass NDA (g) 3,168 + 359*
Leptin (ng mI™1) 1.9+23
Glucose (mmol 171) 5.0£0.1
Insulin (pmol 171 6.0+19
HOMA (mmol 171) 1.3+£0.1

DA dominant arm, NDA non-dominant arm
* P <0.05 DA versus NDA

body scans, the percentage of body fat (%) was also deter-
mined.

Muscle biopsies

On a different day, subjects reported to the laboratory at
8.00 after an overnight fast. After 10 min rest in the supine
position, a venous blood sample was obtained and the skin
over the lateral aspect of both TB (short head) and the mid-
dle portion of the VL was anaesthetized with 2% lidocaine.
Thereafter, muscle biopsies were obtained using the
Bergstrom technique as described elsewhere (Guadalupe-
Grau et al. 2009). The muscle specimens were cleaned to
remove any visible blood, fat and connective tissue. The
muscle tissue was then immediately frozen in liquid nitro-
gen and stored at —80°C for later analysis.

Assessment of insulin resistance

In each subject, the degree of insulin resistance was esti-
mated by the homeostasis model assessment (HOMA)
according to the method described by Matthews et al.
(1985). In brief, fasting plasma insulin and fasting plasma
glucose values were used to calculate an index of insulin
resistance. The HOMA index was calculated as fasting
insulin concentration (uU ml~") x fasting glucose concen-
tration (mmol 171)/22.5, assuming that normal young sub-
jects have an insulin resistance of 1.

Total protein extraction, electrophoresis and western blot
analysis

For total protein extraction from human skeletal muscle, a
piece of frozen tissue was homogenized as described else-
where (Guerra et al. 2007). After centrifugation at 20,000g
to remove tissue debris, total protein extracts were

transferred to clean tubes and an aliquot of each extract
was preserved for protein quantification by the bicinchoni-
nic acid assay (Smith et al. 1985). Proteins were solubi-
lized in sample buffer containing 0.0625 mM Tris—HCl,
pH 6.8, 2.3% [w/v] sodium dodecyl sulfate (SDS), 10% [v/v]
glycerol, 5% [v/v] f-mercaptoethanol and 0.001% [w/v]
bromophenol blue. Equal protein amounts (50 pg) of each
sample were electrophoresed on 7.5-10% SDS polyacryl-
amide gel electrophoresis using the system of Laemmli
(1970) and transferred to Hybond-P membranes according
to the method of Towbin et al. (1979). For immunoblot-
ting, membranes were pre-incubated with 5% blotting
grade blocker non-fat dry milk (Bio-Rad Laboratories,
Hercules, CA, USA) in Tris-buffered saline (TBS) with
0.1% Tween 20 (blotto blocking buffer) for 1 h at room
temperature (20-22°C). To detect the leptin receptor iso-
forms (OB-Rs), membranes were incubated with a rabbit
polyclonal-specific anti-human OB-R (long form) anti-
body. To detect SOCS3 protein expression, membranes
were incubated with a rabbit polyclonal-specific anti-
human SOCS3 antibody. To detect PTP1B protein expres-
sion, membranes were incubated with a mouse monoclo-
nal-specific anti-human PTP1B antibody. To detect Tyr’%-
STAT3 phosphorylation, membranes were incubated with
a rabbit polyclonal antibody that recognizes this kinase
only when the residue Tyr’® is phosphorylated. To detect
total STAT3, membranes were incubated with a mouse
monoclonal antibody that recognizes the total form (phos-
phorylated and non-phosphorylated) of this kinase. To
control for differences in loading and transfer efficiency
across membranes, an antibody directed against alpha-
tubulin was used to hybridize on the same samples. Mem-
brane incubations with polyclonal rabbit anti-OB-R
(diluted 1:1,500 in blotto blocking buffer), polyclonal rab-
bit anti-Tyr’®>-STAT3 [diluted 1:500 in 5% bovine serum
albumin (BSA) in TBS with 0.1% Tween 20 (BSA block-
ing buffer)], monoclonal mouse anti-STAT3 (diluted 1:750
in BSA blocking buffer) and the monoclonal mouse anti-
PTP1B (diluted 5:1,000 in blotto blocking buffer) were
performed overnight at 4°C. Membrane incubations with
polyclonal rabbit anti-SOCS3 (diluted 1:500 in blotto
blocking buffer) and with monoclonal mouse anti-alpha-
tubulin (diluted 1:50,000 in blotto blocking buffer) were
performed for 1 h at room temperature. To control for the
presence of adipose tissue protein in the muscle extract, a
polyclonal rabbit anti-perilipin A antibody was used
(Guerra et al. 2007; Wang et al. 2003). To explore the
expression of this protein in human skeletal muscle, mem-
branes were blocked with BSA blocking buffer for 1 h at
room temperature. Membrane incubations with polyclonal
rabbit anti-perilipin A antibody (diluted 1:1,500 in BSA
blocking buffer) were performed for 1 h at room temper-
ature. Antibody-specific labelling was revealed by incubation
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with an HRP-conjugated goat anti-rabbit antibody
(1:20,000) or an HRP-conjugated donkey anti-mouse
(1:10,000) antibody both diluted in blotto blocking buffer.
Specific bands were visualized with the ECL chemilumi-
nescence kit (Amersham Biosciences), visualized with the
ChemiDoc XRS system (Bio-Rad Laboratories) and
analysed with the image analysis program Quantity one
(Bio-Rad Laboratories). The densitometry analysis was carried
out immediately before saturation of the immunosignal.
Data are reported as band intensity of immunostaining val-
ues (arbitrary units) obtained for OB-R, Perilipin, SOCS3
or PTP1B relative to those obtained for alpha-tubulin.
Alpha-tubulin and total STAT3 protein contents in the
DTB, NDTB and VL muscle were similar (data not shown,
P >0.05). Western blots were always performed in tripli-
cate with a variation coefficient less than 10%. Samples
from the same subject were run in the same gel.

Leptin assays

Serum leptin was determined by enzyme-linked immuno-
sorbent assay (ELx800 Universal Microplate Reader, Bio-
teck Instruments Inc, Winooski, VT, USA), using reagent
kits from Linco Research (#EZHL-80SK, Linco Research,
St Charles, MO, USA) following the manufacturer’s
instructions. The sensitivity of the total leptin assays was
0.05 ng ml~!. The intra-assay coefficient of variation was
3.8% and the inter-assay coefficient of variation was 4.4%.

Statistical analysis

Comparisons between biopsies were performed using
ANOVA for repeated measures with post hoc comparisons
carried out using the Fisher’s LSD test. Since the dominant
TB OB-R98 and PTP1B did not follow a Gaussian distribu-
tion, they were logarithmically transformed. Side-to-side
differences in tissue composition were analysed using
paired Student’s ¢ test. Correlations between variables were
determined by calculating the Pearson’s correlation coeffi-
cient. Results are presented as mean £ SD, except on the
bar figures which are presented as mean + SE of the mean.
Data were analysed using the SPSS statistical program
(SPSS 14.0 Inc., Chicago, IL, USA). Statistical significance
level was set at P < 0.05.

Results
Dual-energy X-ray absorptiometry
Body composition and anthropometrics are reported in

Table 1. The lean mass of the dominant arm was 15.0%
greater than that of the contralateral arm (3,643 &+ 407 versus
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3,168 £ 359 g, P <0.001). However, the lean mass of both
lower extremities was similar (10,351 4 1,294 versus
10,239 £ 1,123g, right and left legs, respectively, P = 0.49).

Serum leptin concentrations, glucose, insulin and HOMA

Serum leptin, insulin and glucose concentrations as well as
HOMA are reported in Table 1. Serum leptin correlated
with the percentage of fat in arms, limbs, trunk and whole
body (r=0.88, 0.99, 0.96 and 0.99, all P <0.01 respec-
tively).

Between-arm differences

The protein expression of the long isoform of the leptin
receptor was 62% greater in DTB than in NDTB
(Figs. 1a, 2a) (P <0.05). Between-arm differences in OB-
R128 (P =0.28) and OB-R98 (P = 0.36) did not reach sta-
tistical significance (Figs. 1a, 2b, c, respectively). Perilipin
A content was similar in both arms, indicating a similar
degree of contamination by protein coming from adipo-
cytes in the biopsies from both TB (P =0.36) (data not
shown).

Suppressor of cytokine signalling 3 (Figs. 1d, 3b)
(P=0.34) and PTPIB (Figs. le,3c) (P=0.57) protein

Protein
NDTB VL
KDa 2B —— ——  analyzed
170 0OB-R170
A 128 OB-R128
98 OB-R98
B 86 SR pTyrT-STAT3
C 86 S e s | STAT3
D 30 - s === SO0CS3
E 50 e s e | PTP1B
F 50 (#8% swes g O-tubulin

Fig. 1 Representative western blot assays to determine leptin receptor
(OB-R), STAT3, SOCS3, PTP1B and alpha-tubulin protein expression
and the pTyrmS-STATS phosphorylation level in the triceps brachii
from the dominant arm (DTB), non-dominant arm (NDTB) and from
the vastus lateralis (VL). a Representative immunoblot assay after
incubation with a polyclonal rabbit anti-OB-R antibody specifically
raised against the long isoform. b Representative western blot after
incubation with a polyclonal rabbit anti-pTyr’®>-STAT3 antibody in
the same samples used in A. ¢ Representative western blot after incu-
bation with a monoclonal mouse anti-STAT3 antibody in the same
samples used in A. d Representative western blot after incubation with
a polyclonal rabbit anti-SOCS3 antibody in the same samples used in
A. e Representative western blot after incubation with a monoclonal
mouse anti-PTP1B antibody in the same samples used in A. f Repre-
sentative western blot after incubation with a monoclonal mouse anti-
alpha-tubulin antibody in the same samples used in a
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Fig. 2 Determination of the leptin receptor (OB-R) protein expression
in the triceps brachii from the dominant arm (DTB), non-dominant arm
(NDTB) and from the vastus lateralis (VL). a Densitometric immuno-
signal values (arbitrary units of band densities) of OB-R170 bands
relative to those obtained for alpha-tubulin. b Densitometric immuno-
signal values (arbitrary units of band densities) of OB-R128 bands
relative to those obtained for alpha-tubulin. ¢ Densitometric immuno-
signal values (arbitrary units of band densities) of OB-R98 bands rela-
tive to those obtained for alpha-tubulin. *P < 0.05 versus DTB

expression as well as Tyr’®-STAT3 phosphorylation
(Figs. 1b, 3a) (P = 0.50) were similar in both arms. A corre-
lation matrix is presented in Table 2. In the DTB, there was
a correlation between leptin and leptin receptors. However,
in the NDTB and VL, there was no correlation between lep-
tin and leptin receptors. Leptin correlated with SOCS3 in
the NDTB (r=0.73, P<0.05). PTPIB was inversely
related to leptin (r = —0.78, P < 0.05) in the DTB.

Comparison between vastus lateralis and both triceps
brachii

OB-R128 (Figs. la, 2b), OB-R98 (Figs. la, 2c), Perilipin A
(data not shown), SOCS3 (Figs. 1d, 3b) and PTP1B protein
expression (Figs. le, 3c) were similar in the three muscles.
However, OB-R170 protein content was higher in the DTB

band density (au)

O = N W & 00 DN

pTyr ®-STAT3/total-STAT3 3»

NDTB VL

DTB

SOCS3/alpha-tubulin gg
band density (au)

DTB NDTB VL

o
i

PTP1B/alpha-tubulin
band density (au)

NDTB VL

DTB

Fig. 3 Determination of pTyr’®-STAT3 phosphorylation level and
SOCS3 and PTP1B protein expression in the triceps brachii from the
dominant arm (DTB), non-dominant arm (NDTB) and from the vastus
lateralis (VL). a Densitometric analysis of pTyr’®-STAT3 immuno-
blot (arbitrary units of band densities). Values are relative to total
STAT3. b Densitometric immunosignal values (arbitrary units of band
densities) of SOCS3 bands relative to those obtained for alpha-tubulin.
¢ Densitometric immunosignal values (arbitrary units of band densi-
ties) of PTP1B bands relative to those obtained for alpha-tubulin.
&P < 0.05 versus NDTB

compared to the VL (P < 0.05), and similar in NDTB and
VL (Figs. 1a, 2a). Tyr'%-STAT3 phosphorylation level was
2.3-fold higher in the VL than in the NDTB (P < 0.05)
(Figs. 1b, 3a).

Discussion

In agreement with our hypothesis, this study shows that
chronic muscle loading causing muscle hypertrophy is asso-
ciated with up-regulation of the long isoform, i.e. the func-
tionally active form, of the leptin receptor. Moreover, basal
Tyr’®-STAT3 phosphorylation was reduced in the NDTB
compared to the m. vastus lateralis, indicating that unloaded
(or less loaded) muscles may have reduced STAT3
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Table 2 Correlation matrix OB-R170

OB-R128 LgOB-R98 SOCS3 pSTAT3 LgPTP1B

Dominant musculus triceps brachii

0.80 0.81 —0.55 0.00 -0.78
0.01 0.008 0.12 1.00 0.02
0.78 0.71 —0.50 —0.002 0.83
0.01 0.03 0.17 1.00 0.01
0.93 —0.56 —0.14 0.87

0.001 0.11 0.71 0.005
—-0.73 —0.16 0.74
0.03 0.78 0.04
—0.15 —0.61
0.70 0.11
0.13
0.76

Leptin r 0.78

P 0.01
OB-R170 r

P
OB-R128 r

P
LgOB-R98 r

P
SOCS3 r

P
pSTATS3 r

P

OB-R170

OB-R128 OB-R98 SOCS3 pSTAT3 PTPIB

Non-dominant musculus triceps brachii

0.05 0.17 0.73 -0.22 0.14
0.90 0.66 0.03 0.58 0.74
0.15 0.11 0.29 0.47 —0.14
0.70 0.78 0.45 0.20 0.75
0.38 —0.31 —0.35 —0.26

0.31 0.41 0.35 0.54

—0.30 —-0.34 —0.47

0.43 0.36 0.24

0.17 0.21

0.66 0.61

—0.26

0.53

Leptin r 0.00
P 0.99
OB-R170 r
P
OB-R128 r
P
OB-R98 r
P
SOCS3 r
P
pSTAT3 r
P
OB-R170

OB-R128 OB-R98 SOCS3 pSTAT3 PTPIB

Musculus vastus lateralis

Leptin r —0.28
P 0.46
OB-R170 r
P
OB-R128 r
P
OB-R98 r
P
SOCS3 r
P
LgOB-R98 logarithm of pSTAT3 r
OB-R98, LgPTP1B logarithm of P
PTP1B

—0.10 —0.51 —0.56 —0.38 0.34
0.80 0.17 0.12 0.31 0.37
0.60 0.44 0.01 0.10 0.05
0.09 0.24 0.98 0.81 091

0.52 —0.02 0.08 —-0.48
0.15 0.97 0.83 0.19
0.79 0.49 —0.48

0.01 0.18 0.19

051 —0.43

0.16 0.25

—0.67

0.05

phosphorylation under basal conditions, which is compatible
with reduced leptin signalling. This study also shows that
SOCS3 and PTPIB protein expression are similar in the
three muscles analysed, indicating that muscle loading has
little effect on the basal concentrations of these proteins in
skeletal muscle at least in healthy physically active humans.
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In agreement with our previous study, there was no rela-
tionship between leptin concentration and SOCS3 protein
expression in the VL (Guerra et al. 2008). However, there
was a positive association between leptin and SOCS3 in the
non-dominant triceps (r=0.73). This suggests that other
factors dominate over leptin to regulate SOCS3 in loaded
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muscles. This may be necessary, since an increase in
SOCS3 could limit protein synthesis in the muscle (Leger
et al. 2008). What is clear is that correlations appear to be
different in the loaded TB compared to the unloaded TB,
but also in the loaded TB and the loaded VL implying that
this signalling system in skeletal muscles is affected by
loading depending on the muscle fibre type composition.

Very little is known about the regulation of the expres-
sion of leptin receptors in human skeletal muscles. Leptin,
insulin, insulin-like growth factor I (IGF-I), testosterone
and estradiol are among the known regulators of OB-R
expression, but the effects of circulating hormones on OB-R
expression show tissue specificity (Alonso etal. 2007;
Garofalo et al. 2006; Hikita et al. 2000; Ishikawa et al.
2007; Liu et al. 2007). For example, leptin administration at
high doses to cultures of hepatic stellate cells stimulates
OB-R expression (Tang etal. 2009). In human skeletal
muscle, OB-Rb protein expression in the musculus VL is
almost twice as high in women as in men (Guerra et al.
2008). However, OB-Rb protein content is reduced in the
VL and deltoid muscle of obese humans compared to non-
obese controls (Fuentes et al. 2009). In this study, we found
a positive correlation between OB-Rb and circulating leptin
in the loaded TB, which was absent in the other two mus-
cles. Thus, muscle loading facilitates the expression of lep-
tin receptors when accompanied by muscle hypertrophy, at
least in muscles with a high proportion of type 2 fibres, as
in the TB (Sanchis-Moysi et al. 2009).

It has also been shown that oxidative stress may contribute
to stimulate OB-R expression in hepatic stellate cell cultures
(Tang et al. 2009). Since both the TB and the VL are sub-
jected to exercise-induced oxidative stress, other factors must
also stimulate OB-Rb expression in the hypertrophied human
TB. Another possible mechanism that could explain the up-
regulation of OB-R is related to the process of muscle hyper-
trophy. In breast cancer cell lines, immunoprecipitation of
OB-R with subsequent immunoblotting for IGF-I receptor
(IGF-IR) showed that OB-Rb is pulled down with IGF-IR
and that IGF-IR immunoprecipitation pulled down OB-Rb
(Ozbay and Nahta 2008). These experiments suggested that at
least in cancer cells IGF-IR and OB-Rb interact. Moreover,
IGF is able to induce OB-Rb phosphorylation by IGR-IR
kinase which is activated upon IGF binding to IGF-IR
(Ozbay and Nahta 2008). However, leptin cannot signal
through IGF-IR (Ozbay and Nahta 2008). Muscle contraction
and stretching stimulate IGF-I and II production in skeletal
muscles which by an autocrine mechanism promote muscle
hypertrophy (Adams and McCue 1998; Goldspink 1999;
Matheny et al. 2009). Since IGF-I is able to stimulate OB-Rb
expression, at least in breast cancer cell lines (Garofalo et al.
2006), it is likely that at the same time it elicits an increase in
OB-Rb expression also in the skeletal muscles. However, this
hypothesis needs to be verified experimentally.

As previously reported (Sanchis-Moysi et al. 2009), type
2 muscle fibres were predominantly hypertrophied in the
DTB, and type 1 muscle fibres in the m. vastus lateralis.
Thus, this could indicate that the increase in OB-Rb protein
expression in loaded muscles is mostly occurring in the
hypertrophied type 2 muscle fibres. Unfortunately, it was
not possible to carry out immunohistochemical experiments
to confirm this indirect finding.

It should be taken into consideration that STAT3 is the
signal transducer of numerous stimuli in addition to leptin
(Stepkowski et al. 2008). Serrano et al. (2008) have shown
that interleukin-6 (IL-6) is necessary for satellite cell-medi-
ated muscle hypertrophy by a Tyr’-STAT3-dependent
mechanism. IL-6 is produced locally by skeletal muscle
fibres in response to muscle contraction (Hiscock et al.
2004; Steensberg etal. 2000) and lengthening (McKay
et al. 2009), and also in response to reactive oxygen species
(Fischer et al. 2004). The exercise-induced muscle IL-6
production is accentuated after resistance training when the
weight-lifting exercise is performed at the same relative
intensity (Izquierdo et al. 2009). It has also been reported
that in the m. vastus lateralis an increase of Tyr'®>-STAT3
phosphorylation (and SOCS3 mRNA) occurs 2 h after a
strength training session that is normalized by 4 h into the
recovery period (Trenerry et al. 2007).

In the present investigation, Tyr’>-STAT3 phosphoryla-
tion was similar in the dominant TB and in m. vastus late-
ralis; however, it was reduced in the NDTB compared to m.
vastus lateralis (the comparison between the DTB and
NDTB did not reach statistical significance due to the high
variability observed in the dominant arm). This between-
muscle difference in Tyr’-STAT3 phosphorylation could
be explained by lower local production of IL-6 in unloaded
muscles. Exercise-induced IL-6 production mainly occurs
in type 2 fibres (Hiscock et al. 2004). Despite the fact that
our subjects had a similar proportion of type 2 fibres in both
TB and a lower amount of type 2 fibres in their m. vastus
lateralis (Sanchis-Moysi et al. 2009), Tyr’®-STAT3 phos-
phorylation was similar in their loaded TB and in their m.
vastus lateralis (also a loaded muscle). Thus, the present
investigation shows that basal Tyr’®-STAT3 phosphoryla-
tion is increased in the trained muscle regardless of its fibre
type composition.

Another interesting aspect of this study is that our
Tyr’®-STAT3 phosphorylation results are consistent with
the known increase in muscle oxidative profile with exer-
cise training (Gollnick etal. 1973): VL (predominantly
composed by type 1 fibres) expressing a greater Tyr -
STAT3 phosphorylation to OB-Rb abundance than the
DTB (predominantly composed by type 2 fibres) express-
ing larger receptor abundance but similar albeit variable
Tyr’®-STAT3 phosphorylation. These data indicate that
there is no need for high levels of leptin receptors in the
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trained leg muscle that has increased Tyr’*-STAT3
phosphorylation (compatible with effective leptin signalling).
In the untrained TB, leptin-SOCS3 feedback loop appears to
be active, given the correlation observed between these two
variables, and leptin sensitivity may be reduced compared
to the contralateral trained muscle. In contrast, in the
trained TB, leptin signalling is facilitated by the elevated
content of leptin receptors combined with lack of elevation
of either SOCS3 or PTP1B. This is opposite to what is
observed in the VL and deltoid muscles of obese humans,
who have reduced OB-Rb content and leptin resistance
(Fuentes et al. 2009).

It remains to be determined what function the up-regula-
tion of OB-Rb subserves in the hypertrophied human skele-
tal muscle: is OB-Rb involved in skeletal muscle
hypertrophy in response to mechanical loading? Indirect
evidence lends support for such a possibility. For example,
the ob/ob mouse, which does not produce leptin, and the
db/db mouse, which lacks functional leptin receptors, both
have lower muscle mass than comparable wild-type lean
mice, despite ob/ob and db/db mice weighing twice as
much as lean mice (Madiehe et al. 2002; Trostler et al.
1979). Leptin administration, even to db/db mice strains,
promotes muscle growth by a mechanism likely mediated
by short OB-R isoforms (Madiehe et al. 2002). Likewise,
muscle accretion in response to leptin treatment has been
recently reported in ob/ob mice (Sainz et al. 2009). Thus,
an increased OB-Rb expression in overloaded skeletal mus-
cle may facilitate muscle growth by a mechanism involving
leptin signalling through JAK2/PIK3/Akt (Maroni et al.
2005), elicited either by leptin itself or by IGF-I. In con-
trast, Warmington et al. (2000) reported no effect of leptin
treatment on muscle mass and morphology in ob/ob mice,
despite reducing body mass. Moreover, treatment with low
and high doses of leptin (without changes in mechanical
loading) does not increase lean body mass in humans with
human immunodeficiency virus-associated lipoatrophy and
hypoleptinemia (Mulligan et al. 2009). Perhaps, the theo-
retical pro-hypertrophic effect of leptin is only observed
when the action of leptin is combined with mechanical
loading. This notion is supported by human cross-sectional
studies showing an association between hypertension-
induced cardiac hypertrophy and plasma leptin concentra-
tion (Paolisso et al. 1999). However, in cardiac myocytes
from ob/ob mice, leptin has been reported to have anti-
hypertrophic effects in pressure overloaded hearts (Masca-
reno et al. 2009).

Another possible role for the increase in OB-Rb in the
loaded m. triceps brachii is to facilitate leptin signalling in
this muscle to increase the capacity to oxidize fat to cope
with the increased energy demand caused by tennis partici-
pation. However, this hypothetical explanation should be
tested in future studies.

@ Springer

In summary, this study shows that TB hypertrophy is
accompanied by up-regulation of the functional isoform of
the leptin receptor. Given the cross-talk between IGF-I sig-
nalling and leptin signalling, this finding is compatible with
arole for leptin signalling in muscle hypertrophy in healthy
humans. Since hypertrophy occurred predominantly in type
2 fibres in the loaded TB and in type 1 fibres in the VL, our
findings are consistent with a greater increase in OB-Rb
content in hypertrophied type 2 muscle fibres. We have also
shown that SOCS3 and PTP1B protein expression in skele-
tal muscle is similar in both TB and VL, implying that mus-
cle loading has little influence on the basal expression of
these two negative regulators of leptin signalling in the
healthy human. In contrast, muscle loading appears to
increase Tyr’®-STAT3 phosphorylation similarly in slow
and fast muscle fibres. These results are compatible with
increased leptin sensitivity in the hypertrophied skeletal
muscles.

Acknowledgements The authors wish to thank Dr Andrew S. Green-
berg for kindly providing the anti-perilipin A antibody. Special thanks
are given to José Navarro de Tuero for his excellent technical assistance
and to Robert Boushel for his critical review of the manuscript. The au-
thors wish to thank all the tennis players who volunteered in these stud-
ies. Special thanks are given to Sdnchez-Casal Tennis Academy, and
particularly to Emilio Sdnchez Vicario for his crucial collaboration.
This study was supported by grants from the Ministerio de Educacién y
Ciencia (BFU2006-13784 and FEDER) and Gobierno de Canarias
(P12005/177) and FUNCIS PI10/07. Borja Guerra is a fellow of the
“Recursos Humanos y Difusidn de la Investigacién” Program (Instituto
de Salud Carlos III, Ministerio de Sanidad y Consumo, Spain).

References

Adams GR, McCue SA (1998) Localized infusion of IGF-I results in
skeletal muscle hypertrophy in rats. J Appl Physiol 84:1716-1722

Alonso A, Fernandez R, Moreno M, Ordonez P, Diaz F, Gonzalez C
(2007) Leptin and its receptor are controlled by 17beta-estradiol
in peripheral tissues of ovariectomized rats. Exp Biol Med
(Maywood) 232:542-549

Bjorbaek C, Lavery HJ, Bates SH, Olson RK, Davis SM, Flier JS,
Myers MG Jr (2000) SOCS3 mediates feedback inhibition of the
leptin receptor via Tyr985. J Biol Chem 275:40649-40657

Calbet JA, Moysi JS, Dorado C, Rodriguez LP (1998) Bone mineral
content and density in professional tennis players. Calcif Tissue
Int 62:491-496

Cohen P, Yang G, Yu X, Soukas AA, Wolfish CS, Friedman JM, Li C
(2005) Induction of leptin receptor expression in the liver by lep-
tin and food deprivation. J Biol Chem 280:10034-10039

Dube N, Tremblay ML (2005) Involvement of the small protein tyro-
sine phosphatases TC-PTP and PTP1B in signal transduction and
diseases: from diabetes, obesity to cell cycle, and cancer. Biochim
Biophys Acta 1754:108-117

Fischer CP, Hiscock NJ, Penkowa M, Basu S, Vessby B, Kallner A,
Sjoberg LB, Pedersen BK (2004) Supplementation with vitamins
C and E inhibits the release of interleukin-6 from contracting
human skeletal muscle. J Physiol 558:633-645

Fuentes T, Ara I, Guadalupe-Grau A, Larsen S, Stallknecht B, Olme-
dillas H, Santana A, Helge JW, Calbet JA, Guerra B (2009) Leptin



Eur J Appl Physiol (2010) 108:749-758

757

receptor 170 KDa (OB-R170) protein expression is reduced in
obese human skeletal muscle: a potential mechanism of leptin
resistance. Exp Physiol. doi:10.1113/expphysiol.2009.049270

Garofalo C, Koda M, Cascio S, Sulkowska M, Kanczuga-Koda L,
Golaszewska J, Russo A, Sulkowski S, Surmacz E (2006) Increased
expression of leptin and the leptin receptor as a marker of breast
cancer progression: possible role of obesity-related stimuli. Clin
Cancer Res 12:1447-1453

Ge H, Huang L, Pourbahrami T, Li C (2002) Generation of soluble lep-
tin receptor by ectodomain shedding of membrane-spanning
receptors in vitro and in vivo. J Biol Chem 277:45898-45903

Goldspink G (1999) Changes in muscle mass and phenotype and the
expression of autocrine and systemic growth factors by muscle in
response to stretch and overload. J Anat 194(Pt 3):323-334

Gollnick PD, Armstrong RB, Saltin B, Saubert CW 4th., Sembrowich
WL, Shepherd RE (1973) Effect of training on enzyme activity
and fiber composition of human skeletal muscle. J Appl Physiol
34:107-111

Guadalupe-Grau A, Perez-Gomez J, Olmedillas H, Chavarren J, Dora-
do C, Santana A, Serrano-Sanchez JA, Calbet JA (2009) Strength
training combined with plyometric jumps in adults: sex differ-
ences in fat-bone axis adaptations. J Appl Physiol 106:1100-1111

Guerra B, Santana A, Fuentes T, Delgado-Guerra S, Cabrera-Socorro
A, Dorado C, Calbet JA (2007) Leptin receptors in human skeletal
muscle. J Appl Physiol 102:1786-1792

Guerra B, Fuentes T, Delgado-Guerra S, Guadalupe-Grau A, Olmedil-
las H, Santana A, Ponce-Gonzalez JG, Dorado C, Calbet JA
(2008) Gender dimorphism in skeletal muscle leptin receptors, se-
rum leptin and insulin sensitivity. PLoS ONE 3:e3466

Hikita M, Bujo H, Hirayama S, Takahashi K, Morisaki N, Saito Y
(2000) Differential regulation of leptin receptor expression by
insulin and leptin in neuroblastoma cells. Biochem Biophys Res
Commun 271:703-709

Hiscock N, Chan MH, Bisucci T, Darby IA, Febbraio MA (2004) Skel-
etal myocytes are a source of interleukin-6 mRNA expression and
protein release during contraction: evidence of fiber type specific-
ity. FASEB J 18:992-994

Hosoi T, Sasaki M, Miyahara T, Hashimoto C, Matsuo S, Yoshii M,
Ozawa K (2008) Endoplasmic reticulum stress induces leptin
resistance. Mol Pharmacol 74:1610-1619

Ishikawa T, Fujioka H, Ishimura T, Takenaka A, Fujisawa M (2007)
Expression of leptin and leptin receptor in the testis of fertile and
infertile patients. Andrologia 39:22-27

Izquierdo M, Ibanez J, Calbet JA, Navarro-Amezqueta I, Gonzalez-Izal M,
Idoate F, Hakkinen K, Kraemer WJ, Palacios-Sarrasqueta M,
Almar M, Gorostiaga EM (2009) Cytokine and hormone responses
to resistance training. Eur J Appl Physiol 107(4):397-409

Kim J, Shen W, Gallagher D, Jones A Jr, Wang Z, Wang J, Heshka S,
Heymsfield SB (2006) Total-body skeletal muscle mass: estima-
tion by dual-energy X-ray absorptiometry in children and adoles-
cents. Am J Clin Nutr 84:1014-1020

Laemmli UK (1970) Cleavage of structural proteins during the assem-
bly of the head of bacteriophage T4. Nature 227:680-685

Leger B, Derave W, De Bock K, Hespel P, Russell AP (2008) Human
sarcopenia reveals an increase in SOCS-3 and myostatin and a
reduced efficiency of Akt phosphorylation. Rejuvenation Res
11:163B-175B

LiuZJ, BianJ, LiuJ, Endoh A (2007) Obesity reduced the gene expres-
sions of leptin receptors in hypothalamus and liver. Horm Metab
Res 39:489-494

Madiehe AM, Hebert S, Mitchell TD, Harris RB (2002) Strain-depen-
dent stimulation of growth in leptin-treated obese db/db mice.
Endocrinology 143:3875-3883

Maroni P, Bendinelli P, Piccoletti R (2005) Intracellular signal trans-
duction pathways induced by leptin in C2C12 cells. Cell Biol Int
29(7):542-550

Mascareno E, Beckles D, Dhar-Mascareno M, Siddiqui MA (2009)
Enhanced hypertrophy in ob/ob mice due to an impairment
in expression of atrial natriuretic peptide. Vascul Pharmacol
51:198-204

Matheny W, Merritt E, Zannikos SV, Farrar RP, Adamo ML (2009)
Serum IGF-I-deficiency does not prevent compensatory skeletal
muscle hypertrophy in resistance exercise. Exp Biol Med (May-
wood) 234:164-170

Matthews DR, Hosker JP, Rudenski AS, Naylor BA, Treacher DF,
Turner RC (1985) Homeostasis model assessment: insulin resis-
tance and beta-cell function from fasting plasma glucose and
insulin concentrations in man. Diabetologia 28:412—419

McKay BR, De Lisio M, Johnston AP, O’Reilly CE, Phillips SM, Tar-
nopolsky MA, Parise G (2009) Association of interleukin-6 sig-
nalling with the muscle stem cell response following muscle-
lengthening contractions in humans. PLoS ONE 4:e6027

Mulligan K, Khatami H, Schwarz JM, Sakkas GK, DePaoli AM, Tai
VW, Wen MJ, Lee GA, Grunfeld C, Schambelan M (2009) The
effects of recombinant human leptin on visceral fat, dyslipidemia,
and insulin resistance in patients with human immunodeficiency
virus-associated lipoatrophy and hypoleptinemia. J Clin Endocri-
nol Metab 94:1137-1144

Ozbay T, Nahta R (2008) A novel unidirectional cross-talk from the
insulin-like growth factor-I receptor to leptin receptor in human
breast cancer cells. Mol Cancer Res 6:1052-1058

Paolisso G, Tagliamonte MR, Galderisi M, Zito GA, Petrocelli A, Ca-
rella C, de Divitiis O, Varricchio M (1999) Plasma leptin level is
associated with myocardial wall thickness in hypertensive insu-
lin-resistant men. Hypertension 34:1047-1052

Perez-Gomez J, Olmedillas H, Delgado-Guerra S, Royo IA, Vicente-
Rodriguez G, Ortiz RA, Chavarren J, Calbet JA (2008a) Effects of
weight lifting training combined with plyometric exercises on
physical fitness, body composition, and knee extension velocity
during kicking in football. Appl Physiol Nutr Metab 33:501-510

Perez-Gomez J, Rodriguez GV, Ara I, Olmedillas H, Chavarren J,
Gonzalez-Henriquez JJ, Dorado C, Calbet JA (2008b) Role of
muscle mass on sprint performance: gender differences? Eur J
Appl Physiol 102:685-694

Sainz N, Rodriguez A, Catalan V, Becerril S, Ramirez B, Gomez-
Ambrosi J, Fruhbeck G (2009) Leptin administration favors
muscle mass accretion by decreasing FoxO3a and increasing
PGC-1alpha in ob/ob mice. PLoS ONE 4:e6808

Sanchis-Moysi J, Idoate F, Olmedillas H, Guadalupe-Grau A, Alayén
S, Carreras A, Dorado C, Calbet JAL (2009) The upper extremity
of the professional tennis player: muscle volumes, inter-arm
asymmetry and muscle fiber type distribution. Scand J Med Sci
Sports. doi:10.1111/j.1600-0838.2009.00969.x

Serrano AL, Baeza-Raja B, Perdiguero E, Jardi M, Munoz-Canoves P
(2008) Interleukin-6 is an essential regulator of satellite cell-
mediated skeletal muscle hypertrophy. Cell Metab 7:33—44

Smith PK, Krohn RI, Hermanson GT, Mallia AK, Gartner FH,
Provenzano MD, Fujimoto EK, Goeke NM, Olson BJ, Klenk DC
(1985) Measurement of protein using bicinchoninic acid. Anal
Biochem 150:76-85

Steensberg A, van Hall G, Osada T, Sacchetti M, Saltin B, Klarlund
Pedersen B (2000) Production of interleukin-6 in contracting
human skeletal muscles can account for the exercise-induced
increase in plasma interleukin-6 [In Process Citation]. J Physiol
529(Pt 1):237-242

Steinberg GR, Parolin ML, Heigenhauser GJ, Dyck DJ (2002) Leptin
increases FA oxidation in lean but not obese human skeletal
muscle: evidence of peripheral leptin resistance. Am J Physiol
Endocrinol Metab 283:E187-E192

Steinberg GR, McAinch AJ, Chen MB, O’Brien PE, Dixon JB,
Cameron-Smith D, Kemp BE (2006) The suppressor of cytokine
signaling 3 inhibits leptin activation of AMP-kinase in cultured

@ Springer


http://dx.doi.org/10.1113/expphysiol.2009.049270
http://dx.doi.org/10.1111/j.1600-0838.2009.00969.x

758

Eur J Appl Physiol (2010) 108:749-758

skeletal muscle of obese humans. J Clin Endocrinol Metab
91:3592-3597

Stepkowski SM, Chen W, Ross JA, Nagy ZS, Kirken RA (2008)
STATS3: an important regulator of multiple cytokine functions.
Transplantation 85:1372-1377

Tang Y, Zheng S, Chen A (2009) Curcumin eliminates leptin’s effects
on hepatic stellate cell activation via interrupting leptin signaling.
Endocrinology 150(7):3011-3020

Tartaglia LA (1997) The leptin receptor. J Biol Chem 272:6093—
6096

Tartaglia LA, Dembski M, Weng X, Deng N, Culpepper J, Devos R,
Richards GJ, Campfield LA, Clark FT, Deeds J, Muir C, Sanker
S, Moriarty A, Moore KJ, Smutko JS, Mays GG, Wool EA, Mon-
roe CA, Tepper RI (1995) Identification and expression cloning of
a leptin receptor, OB-R. Cell 83:1263-1271

Towbin H, Staehelin T, Gordon J (1979) Electrophoretic transfer of
proteins from polyacrylamide gels to nitrocellulose sheets: pro-
cedure and some applications. Proc Natl Acad Sci U S A
76:4350-4354

@ Springer

Trenerry MK, Carey KA, Ward AC, Cameron-Smith D (2007) STAT3
signaling is activated in human skeletal muscle following acute
resistance exercise. J Appl Physiol 102:1483-1489

Trostler N, Romsos DR, Bergen WG, Leveille GA (1979) Skeletal
muscle accretion and turnover in lean and obese (ob/ob) mice.
Metabolism 28:928-933

Wang Y, Sullivan S, Trujillo M, Lee MJ, Schneider SH, Brolin RE,
Kang YH, Werber Y, Greenberg AS, Fried SK (2003) Perilipin
expression in human adipose tissues: effects of severe obesity,
gender, and depot. Obes Res 11:930-936

Warmington SA, Tolan R, McBennett S (2000) Functional and histo-
logical characteristics of skeletal muscle and the effects of leptin
in the genetically obese (ob/ob) mouse. Int J Obes Relat Metab
Disord 24:1040-1050

Zabolotny JM, Kim YB, Welsh LA, Kershaw EE, Neel BG, Kahn BB
(2008) Protein-tyrosine phosphatase 1B expression is induced by
inflammation in vivo. J Biol Chem 283:14230-14241

Zhang F, Chen Y, Heiman M, Dimarchi R (2005) Leptin: structure,
function and biology. Vitam Horm 71:345-372



	Muscle hypertrophy and increased expression of leptin receptors in the musculus triceps brachii of the dominant arm in professional tennis players
	Abstract
	Introduction
	Methods
	Materials
	Subjects
	Assessment of body composition
	Muscle biopsies
	Assessment of insulin resistance
	Total protein extraction, electrophoresis and western blot analysis
	Leptin assays
	Statistical analysis

	Results
	Dual-energy X-ray absorptiometry
	Serum leptin concentrations, glucose, insulin and HOMA
	Between-arm diVerences
	Comparison between vastus lateralis and both triceps brachii

	Discussion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


