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Abstract

Background: The etiology of the metabolic syndrome is complex, and is determined by the interplay of both
genetic and environmental factors. The present study was designed to identify genes and proteins in the adipose
tissues with altered expression in the spontaneously hypertensive/NIH –corpulent rat, SHR/NDmcr-cp (CP) and to
find possible molecular targets associated with the pathogenesis or progression of obesity related to the metabolic
syndrome.

Methods: We extracted RNAs and proteins from the epididymal adipose tissues in CP, SHR/Lean (Lean), and Wistar
Kyoto (WKY) rats and performed microarray analysis and two-dimensional difference in gel electrophoresis (2D-DIGE)
linked to a matrix-assisted laser desorption ionization time-of-flight tandem mass spectrometry (MALDI-TOF/TOF MS).

Results: The results showed different mRNA and protein expression levels in the adipose tissue: oligo DNA
microarray identified 33 genes that were significantly (P < 0.01) up-regulated and 17 genes significantly down-
regulated in CP compared with WKY and Lean rats at both 6 and 25 weeks of age. The affected genes-proteins
were associated with lipolytic enzymes stimulated by peroxisome proliferator-activated receptor (PPAR) signaling.
Further analysis using the 2D-DIGE connected with MALDI-TOF/TOF analysis, the expression of monoglyceride lipase
(MGLL) was significantly up-regulated and that of carboxylesterase 3 (CES3) was significantly down-regulated in
6- and 25-week-old CP compared with age-matched control (WKY and Lean rats).

Conclusions: Our results suggest the possible involvement of proteins associated with adipocyte lipolysis in obesity
related to the metabolic syndrome.

Keywords: Metabolic syndrome, Adipose tissue, DNA microarray, Proteomics, Lipolysis
Introduction
Obesity is currently an important public health problem
worldwide [1]. Many overweight individuals suffer vari-
ous metabolic abnormalities such as dyslipidemia, hyper-
tension, and abnormal glucose tolerance associated with
insulin resistance [2,3]. Moreover, the cardiometabolic
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risk in overweight and obese adults need to be reduced
through both clinical and public health programs [4].
Evidence suggests that excessive adipose tissue worsens
morphologic and dynamic cardiac function and induces
cardiac abnormalities due to neurohormonal activation
and increased cytokine production [5,6].
It is difficult to study the mechanisms of the metabolic

syndrome in humans due to the involvement of hetero-
geneous genetic background and lifestyle. The spontan-
eously hypertensive rat/NDmcr-cp (SHR/NDmcr-cp) is a
new genetically obese strain that develops hyperten-
sion, hyperlipidemia, and insulin-independent diabetes
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[7]. The genetic background of SHR/NDmcr-cp includes
the SHR, which carry nonsense mutation of leptin re-
ceptor, which is derived from obese Koletsky rats [8].
Obese SHR/NDmcr-cp show morbid obesity compared
with the lean littermates. Since the phenotype of SHR/
NDmcr-cp is similar to that seen in patients with the
metabolic syndrome, SHR/NDmcr-cp are thought to be
one of the most suitable animal models of the metabolic
syndrome [9].
DNA microarray analysis is not only a useful strategy

for the identification of functional genes in several
model organisms [10], but also considered as a powerful
tool to visualize the molecular mechanism underlying
complex biological processes [11]. In addition, the field
of proteomics provides a systematic approach for quanti-
tative and qualitative mapping of the whole proteome
[12]. Proteomics analysis is used to complete comple-
ment of proteins expressed by a biological system under
different physiological or pathological conditions [13].
Given that examining changes in the proteome offers
insight into cellular and molecular mechanisms that can-
not always be obtained through genomic analysis, we
performed DNA microarray and proteomics analyses
simultaneously to investigate changes in gene and pro-
tein profiles.
The adipose tissue secretes a number of proteins, in

addition to being source of energy in the body [14]. In
the present study, we investigated changes in the expres-
sion of genes and proteins in adipose tissues in an ani-
mal model of the metabolic syndrome to find possible
molecular targets associated with obesity related to the
metabolic syndrome.

Material and methods
Animals
SHR/NDmcr-cp (CP), SHR/Lean (Lean), and Wistar
Kyoto (WKY) rats were purchased from the Disease
Model Cooperative Research Association (Kyoto, Japan)
[15]. In our previous study, CP exhibited obesity, hyper-
tension, and dyslipidaemia, including hypercholesterol-
aemia, at a young age and presented all the features of
the metabolic syndrome such as central obesity, hyper-
glycaemia, hypercholesterolaemia, hypertriglyceridaemia,
hypertension, and insulin resistance beyond the 24
weeks of age [16]. In the present study, we used CP at 6
weeks of age as a model for the early stage of the meta-
bolic syndrome and at 25 weeks of age as a model for
the chronic stages of the metabolic syndrome. The
animals were fed normal diet and housed at a temperature-
controlled (25°C) environment with a 12-hour light–
dark cycle. The investigation conformed to the Guide
for the Care and Use of Laboratory Animals pub-
lished by the US National Institutes of Health (NIH
Publication No. 85–23, revised 1996) and was approved
by the Committee on Laboratory Animals Utilization of
Mie University.

Measurements of blood pressure and biochemical tests
Systolic blood pressure was measured in conscious rats
by the tail-cuff method as described previously [17].
Blood was collected from anesthetized rats, transferred
to a chilled tube containing heparin, and centrifuged.
Plasma was stored at −80°C until analysis. Serum levels
of triglyceride, total cholesterol, and glucose were out-
sourced to SRL (Tokyo, Japan).

Preparation of RNA
Epididymal adipose tissue was obtained from 6 or 25
week old rats and frozen immediately in liquid nitrogen
and stored at −80°C. Total RNA was extracted from
about 250 mg of epididymal adipose tissue using the
RNeasy Lipid Tissue Mini Kit (Qiagen, Valencia, CA), ac-
cording to the instructions provided by the manufacturer.
The concentration of the total RNA was quantified by
spectrophotometry (ND-1000, NanoDrop Technologies,
Wilmington, DE). The expression level was evaluated
on an oligo nucleotide microarray (Whole Rat Genome
microarray 22 K, Agilent Technologies, Santa Clara, CA)
in 1) CP and WKY at 6 weeks of age, 2) CP and Lean
at 6 weeks of age, 3) CP and WKY at 25 weeks of age,
and 4) CP and Lean at 25 weeks of age. Two microarray
slides were used for each comparison between two groups
in two different RNA samples from three different rats
per group.

Hybridization, microarray scanning, and data analysis
The reverse transcription labeling and hybridization
were conducted using the Agilent 60-mer Oligo microarray
(Agilent Technologies), according to the instructions pro-
vided by the manufacturer. After hybridization, the glass
slides were scanned with an Agilent DNA MicroArray
Scanner (Agilent Technologies) containing a 532 nm laser
for Cy3 measurement and a 635 nm laser for Cy5 measure-
ment. Microarray data analysis was carried out using
GeneSpring ver. 7.3.1 software (Agilent Technology) [18].
The detected signals were subjected to normalization using
GeneSpring normalization algorithms. In each compari-
son, genes were filtered based on minimum ±1.0 of log
ratio (WKY vs. CP or Lean vs. CP) and P < 0.01 using the
Student’s t-test. Gene Ontology (GO) analysis was per-
formed using GeneSpring (Agilent Technology).

Protein samples preparation and separation by
two-dimensional fluorescence difference gel
electrophoresis (2D-DIGE) and data analysis
Frozen tissue sections were homogenized in lysis buffer
(30 mM Tris–HCl, 7 M urea, 2 M thiourea, 4% w/v CHAPS,
and a protease inhibitor cocktail, pH 8.5). Protein extracts
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were labeled with either Cy3 or Cy5 for comparison on
the same two-dimensional (2D) gel. The epididymal
adipose tissue mixture was labeled with Cy2 for the use
as an internal standard for every gel electrophoresis and
2DE was performed as described previously [19]. Images
were visualized using Typhoon 9400 fluorescence scanner
(GE Healthcare, Buckinghamshire, UK) at 488/520 nm for
Cy2, 532/580 nm for Cy3 and 633/670 nm for Cy5 dyes.
The differential in-gel analysis module of the DeCyder
software (GE Healthcare) was used for automatic detec-
tion followed by editing of protein spots. The same soft-
ware was used for abundance measurements for each gel
by comparing normalized volume ratios of individual
spots from Cy3- or Cy5-labeled samples to corresponding
Cy2-signals from pooled samples (internal standard) [15].
Thereafter, all gel comparisons and initial screening type
statistical analyses were performed with the biological
variation analysis module. Two-tailed Student’s t-test was
used to determine differences between paired groups
(WKY vs. CP or Lean vs. CP) using this module.
Protein identification
After image analysis, gels containing the additional load
of unlabeled proteins from the epididymal adipose tissue
were stained with Colloidal Coomassie Brilliant Blue G
(GE Healthcare) and matched to the fluorescent 2D-
DIGE images. Selected spots were picked and in-gel di-
gestion of protein samples was performed using the
protocol described previously by our group [15]. The pep-
tide mixtures were analyzed using matrix-assisted laser
desorption ionization time-of-flight tandem mass spec-
trometry (MALDI-TOF/TOF MS; 4800 Plus MALDI
TOF/TOF™ Analyzer, Applied Biosystems, Foster City,
CA) operating in positive-ion reflector mode. Protein
database search was performed with the Paragon Method
using Protein Pilot software (Applied Biosystems) to iden-
tify excised proteins.
Quantitative RT-PCR
To confirm the gene expression of identified proteins,
total RNA extracted from the adipose tissue (n = 6 in
each group) was subjected to quantitative reverse tran-
scription and polymerase chain reaction (RT-PCR) ana-
lysis with primers specific for mRNAs encoding serine
protease inhibitor A3L (Spin2b), alpha-2-HS-glycopro-
tein (Ahsg), carboxylesterase 3 (Ces3), monoglyceride lip-
ase (Mgll), and pyruvate dehydrogenase E1 component
subunit beta (Pdhd1), using ABI PRISM 7000 Sequence
Detection System (Applied Biosystems). All primers and
FastStart Universal Probes were designed from the Assay
Design Center/Probe Finder (Roche Applied Science,
Indianapolis, IN). Standard curves were generated for
each primer set and a coefficient file generated to quantify
the expression of each gene relative to β-actin. All experi-
ments were performed in duplicates.

Western blot analysis
To confirm the results of proteomic analysis, western
blot analysis was conducted. For this purpose, samples
(n = 4 or 6 in each group) were separated by 12% SDS-
PAGE and electroblotted onto polyvinylidenedifluoride
(PVDF) membranes. The membranes were incubated
with goat polyclonal antibodies to rat AHSG (Santa Cruz
Biotechnology, Santa Cruz, CA) at a 1:10,000 dilution and
to human CES3 (Santa Cruz Biotechnology) at a 1:10,000
dilution, and a rabbit polyclonal antibody to MGLL
(Abcam, Cambridge, UK) at a 1:5,000 dilution. Mouse anti-
β-actin (ACTB) monoclonal antibody (Sigma, St Louis,
MO) at a 1:5,000 dilution was used as a loading control.
The protein bands were visualized by ECL plus Western
blotting detection system (GE Healthcare) and Quantity
One v3.0 software (Bio-rad Laboratories) was used to quan-
titate the band intensities. Protein expression levels were
normalized relative to the level of β-actin protein in the
same tissue sample.

Statistical analysis
Data are presented as mean ± SEM. Regarding the
physiological and biochemical parameters and quantitated
data by both RT-PCR and western blot analyses, statistical
significance was evaluated by one-way analysis of variance
followed by Dunnett’s post hoc test using the JMP 8.0 soft-
ware (SAS Institute Inc., Cary, NC). A P value <0.05 was
considered statistically significant.

Results
Body weight, epididymal adipose tissue weight, systolic
blood pressure, and plasma biochemical data
Body weight and epididymal adipose tissue weight of 6-
and 25-week-old CP rats were significantly greater than
age-matched WKY and Lean rats (Figure 1A, B). There
were no significant differences between WKY and Lean
rats at both 6 and 25 weeks of age. Hypertension was
observed in both CP and Lean rats aged 6 and 25 weeks,
and there was no significant difference in systolic blood
pressure between the two strains (data not shown).
At 6 weeks of age, there were no significant differ-
ences in triglyceride and non-fasting glucose levels among
the three groups (Figure 1C, D). At 25 weeks of age, the
plasma levels of triglyceride and non-fasting glucose were
significantly higher in CP than in WKY and Lean rats
(Figure 1C, D).

Microarray analysis of gene expression profiles
After the experiments of microarray analysis, all hybridization
spots on the image were quantified. The intensity of fluor-
escence of data was converted into Log10 values and



Figure 1 Body weight and plasma biochemical data. (A) Body weight, (B) epididymal adipose tissue weight, and plasma levels of (C) triglyceride
and (D) non-fasting glucose in WKY, Lean, and CP rats at 6 and 25 weeks of age. Data are mean ± SEM of six animals per group. *P < 0.05, versus the
corresponding value for WKY. WKY; Wistar Kyoto rats, Lean; spontaneously hypertensive rats (SHR/lean), CP; SHR/NDmcr-cp (cp/cp) rats.
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analyzed. After excluding data with P values of >0.01, we
analyzed the extracted data and obtained the genes that
showed significant differences between CP and WKY or
Lean rats. On the oligo DNA microarray, 535 or 318 genes
were significantly up-regulated (p < 0.01) in 6-week-old
CP compared with age-matched WKY and Lean rats, re-
spectively. Furthermore, 508 and 446 genes were down-
regulated in 6 weeks-old CP compared with WKY or Lean
rats of the same age, respectively. In 25-week-old rats,
significant up-regulation of 277 and 286 genes, and down-
regulation of 224 and 638 genes were noted in CP com-
pared with WKY and Lean rats, respectively. Moreover, 33
genes were significantly up-regulated and 17 genes were
significantly down-regulated in the epididymal adipose tis-
sues of CP compared with WKY and Lean rats at both 6
and 25 weeks of age (Additional file 1: Tables S1 and S2).
To understand their biological roles, the genes with signifi-
cantly different expression levels by microarray analysis were
assigned to established GO classification by GeneSpring
ver.7.3.1. In GO classification, three aberrant GO terms
(p < 0.01) were found in up-regulated genes in CP com-
pared with WKY and Lean rats at both 6 and 25 weeks of
age; transferases, electron transport, and electron trans-
porter activity (Table 1). Based on the Kyoto Encyclopedia
of Genes and Genomes (KEGG) molecular pathway ana-
lysis, genes with significantly different expression levels by
microarray analysis were also assigned to KEGG molecular
pathway by GeneSpring. The analysis identified 5 pre-
dicted pathways for the up-regulated genes in CP com-
pared with WKY and Lean rats at both 6 and 25
weeks of age. These included peroxisome proliferator-
activated receptor (PPAR) signaling pathway, carbon
fixation, pentose phosphate pathways, glutathione me-
tabolism, and alkaloid biosynthesis I (Table 1).

Comparison of protein identification
To investigate differences in protein expression in the adi-
pose tissues, epididymal adipose tissue proteins from 6-
and 25-week-old WKY, Lean, and CP rats were extracted
and subjected to comparative analysis by DIGE. Typical
gels are shown in Figure 2A. Seven spots in the 2-DE gels
were significantly different in 6- and 25-week-old CP, WKY
and Lean rats. These spots were isolated and subjected to
MALDI-TOF-MS. The peptides mass peaks were com-
pared with those in the NCBI database and the proteins of
the seven spots were identified (Table 2). The expression
levels of proteins of spots 1580 and 1584 were significantly
up-regulated while those of spots 827, 845, 855, 988, and
1662 were significantly down-regulated in CP compared
with WKY and Lean rats at both 6 (Figure 2B) and 25
weeks of age (Figure 2C). The identified proteins were
serine protease inhibitor A3L (Spin2b) (spot 827), alpha-2-
HS-glycoprotein (AHSG) (spots 845 and 855), carboxyles-
terase 3 (CES3) (spot 988), monoglyceridelipase (MGLL)
(spots 1580 and 1584), and pyruvate dehydrogenase E1
component subunit beta (PDHB1) (spot 1662).

Expression of identified proteins
The gene expression levels of the five identified proteins
were confirmed by quantitative RT-PCR analysis. At 25



Table 1 List of entities identified by GO and the pathways identified by KEGG of significantly up-regulated and
down-regulated genes in adipose tissues of 6- and 25-week-old CP rats

GO accession GO term

P value

6-week-old 25-week-old

WKY-CP Lean-CP WKY-CP Lean-CP

Up-regulation

GO:0016740 Transferase 1.4E-14 2.0E-08 6.8E-06 4.4E-06

GO:0006118 Electron transport 8.0E-08 4.1E-03 3.6E-03 1.7E-04

GO:0005489 Electron transporter activity 2.6E-07 1.0E-02 3.7E-03 1.6E-04

Down-regulation

GO:0016740 Transferase 5.43E-02 3.49E-03 2.68E-04 1.41E-11

GO:0005489 Electron transporter activity 1.09E-01 1.26E-03 1.71E-02 1.80E-05

GO:0006118 Electron transport 1.11E-01 1.30E-03 1.73E-02 1.87E-05

Predicted pathway

Up-regulation

PPAR signaling pathway 4.25E-11 2.71E-03 9.73E-03 5.54E-02

Carbon fixation 4.50E-07 1.10E-05 2.33E-03 3.11E-02

Pentose phosphate pathway 2.84E-05 1.45E-03 3.92E-05 1.90E-01

Glutathione metabolism 2.14E-04 4.55E-03 1.95E-04 2.21E-04

Alkaloid biosynthesis I 9.47E-03 1.00E + 00 2.62E-03 2.79E-03

Down-regulation

ECM-receptor interaction 7.40E-04 1.64E-02 1.09E-02 3.85E-03

Glycolysis _ Gluconeogenesis 1.59E-03 4.60E-04 5.56E-02 1.42E-01

Fructose and mannose metabolism 3.09E-03 1.12E-03 3.01E-02 3.80E-01

Cell Communication 9.95E-03 2.64E-03 4.71E-02 5.18E-02

Carbon fixation 8.65E-02 4.63E-04 1.27E-03 4.82E-04

WKY; Wistar Kyoto rats, Lean; spontaneously hypertensive rats (SHR/lean), CP; SHR/NDmcr-cp (cp/cp) rats.

Chang et al. Diabetology & Metabolic Syndrome 2014, 6:8 Page 5 of 9
http://www.dmsjournal.com/content/6/1/8
weeks of age, the mRNA levels of Mgll and Pdhb1 were
significantly greater while those of Spin2b and CES3
were significantly lower in CP compared with age-
matched WKY rats (Figure 3). Western blot analysis was
also performed to confirm the results of proteomics analysis.
The expression of MGLL was significantly up-regulated
while that of CES3 was significantly down-regulated in
6-and 25-week-old CP compared with age-matched con-
trol (WKY and Lean rats) (Figure 4). These findings were
consistent with those of proteomic analysis.

Discussion
In the present study, we performed genomic and prote-
omic analyses to identify the target molecules associated
with obesity related to the metabolic syndrome. More
than one thousand genes were significantly different in
the microarray analysis and many hundred proteins were
significantly different in the proteomic analysis among the
three rat groups at 6 or 25 weeks of age. Among them,
microarray analysis identified 33 significantly up-regulated
genes and 17 significantly down-regulated genes in adi-
pose tissues of 6- and 25-week-old CP, compared with
age-matched WKY and Lean rats. Proteomics analysis
identified significantly different five proteins in CP than
WKY and Lean rats at both 6 and 25 weeks of age. Only a
few of the genes showed similar changes both in the
microarray and the proteomics analysis. Previous studies
using transcriptomic and proteomics analyses demon-
strated a positive correlation between transcript and pro-
tein levels for the majority of molecules [20], but other
studies reported limited correlation between transcription
and translation in mammals [21]. The different expression
patterns noted in the two methodological approaches
might arise from limitation of detection sensitivity or elec-
trophoretic separation. Moreover, the discrepancy be-
tween the microarray and proteomics analyses might be
due to differential regulation of translation, turnover, or al-
ternative splicing.
With the gene-by-gene approach, it would be difficult

and time-consuming to obtain a global picture of gene
expression patterns. The cDNA and oligo array technol-
ogy allows simultaneous comparison of thousands of
mRNAs from a given tissue, and thus provides a compre-
hensive assessment of expression levels. So far, microarray



Figure 2 Representative 2D-DIGE image of adipose lysates from 25-week-old Lean and CP rats. (A) The proteins (40 μg each) were
labeled with Cy3 and Cy5 dyes, mixed and subjected to 2D-DIGE analysis. We selected significantly different spots of 6- and 25-week-old CP
compared with age-matched control (WKY and Lean) rats. The expression level was quantified in each strain at 6 (B) and 25 weeks of age
(C) and expressed as mean ± SEM of four rats per group. *P < 0.05, versus the corresponding value for WKY or Lean rats. WKY; Wistar Kyoto rats,
Lean; spontaneously hypertensive rats (SHR/lean), CP; SHR/NDmcr-cp (cp/cp) rats.
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analysis is a powerful strategy for research in the obesity
field [22,23]. In the present study, we applied comparative
genomic and proteomic analyses of adipose tissue to iden-
tify the molecular targets associated with obesity related
to the metabolic syndrome. Microarray analysis identified
Table 2 List of proteins with significant differences in their le
CP, WKY, and Lean rats

Spot Protein name

% cov.

827 Serine protease inhibitor A3L 12.1

845 Alpha-2-HS-glycoprotein 10.5

855 Alpha-2-HS-glycoprotein 10.5

988 Carboxylesterase 3 11

1580 Monoglyceride lipase 21.8

1584 Monoglyceride lipase 20

1662 Pyruvate dehydrogenase E1 component subunit β 31.8

Abbreviations as in Table 1.
33 significantly up-regulated genes and 17 significantly
down-regulated genes in the epididymal adipose tissues of
CP compared with WKY and Lean rats at both 6 and 25
weeks of age. Among them, only CES3 showed significant
differences in expression in both 6- and 25-week-old rats
vels in epididymal adipose tissues of 6- and 25-week-old

Peptides
(95%)

Fold change up(+)/down(−)

6-week-old 25-week old

WKY-CP Lean-CP WKY-CP Lean-CP

4 −1.74 −1.6 −3.74 −4.12

3 −1.9 −1.17 −3.98 −3.4

3 −1.71 −1.56 −3.17 −3.33

5 −1.89 −1.53 −2.9 −3.4

6 2.26 2.45 1.89 1.64

2 1.77 2.08 1.79 1.63

5 −1.39 −1.31 −1.44 −1.53



Figure 3 Gene expression of the identified proteins in WKY, Lean, and CP rats at 6 and 25 weeks of age. The mRNA levels of Spin2b,
AHSG, CES3, MGLL, and PDHB1 in the adipose tissues were determined by quantitative RT-PCR analysis and expressed relative to that of β-actin.
Quantitative data are expressed relative to the values for WKY. Data are mean ± SEM of six animals per group. *P < 0.05, versus the corresponding
value for WKY. WKY; Wistar Kyoto rats, Lean; spontaneously hypertensive rats (SHR/lean), CP; SHR/NDmcr-cp (cp/cp) rats.
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by proteomics analysis. CES3, also called triacylglycerol
hydrolase, is an endoplasmic reticulum lipase which be-
longs to the type-B carboxylesterase/lipase family [24].
These carboxylesterases are responsible for the hydrolysis
of ester- and amide-bond-containing drugs, such as co-
caine and heroin, and are involved in the detoxification of
xenobiotics and activation of ester and amide prodrugs
[25]. CES3 is highly expressed in the liver, adipose tissue
and also expressed in the small intestine, heart, and kidney
Figure 4 The amounts of AHSG, CES3, and MGLL in WKY, Lean, and C
each protein. (B) The amount of each protein quantitated relative to the am
mean ± SEM of six animals per group. *P < 0.05, versus the corresponding v
hypertensive rats (SHR/lean), CP; SHR/NDmcr-cp (cp/cp) rats.
[26]. The specific function of this enzyme has not yet been
determined; however, it is speculated that carboxyles-
terases may play a role in lipid metabolism because
endobiotics, such as triglyceride, cholesterol esters, and 2-
arachidonoylglycerol are also substrates for carboxyles-
terases [27,28]. Given that carboxylesterases hydrolyzes
long-chain fatty acid esters and thioesters, these enzymes
have been considered therapeutic targets in the treatment
of metabolic disorders, such as diabetes and atherosclerosis
P rats at 6 and 25 weeks of age. (A) Representative immunoblots of
ount of β-actin and expressed relative to the value of WKY. Data are
alue for WKY. WKY; Wistar Kyoto rats, Lean; spontaneously
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[29]. In the present study, the expression of CES3 was sig-
nificantly down-regulated in the adipose tissue of CP com-
pared with WKY and Lean rats at the two tested ages.
These results suggest that a decrease in lipolytic enzyme
activity could affect the hydrolysis of triglyceride to fatty
acids and glycerol, leading to its accumulation in adipose
tissue. In a study using CES3 knockout mice, global de-
letion of CES3 resulted in significant decreases in plasma
triglyceride and fatty acid levels although the weight of white
adipose tissue was greater in CES3 knockout mice com-
pared with wild-type mice [30]. Moreover, CES3 knockout
mice showed the improvement of insulin sensitivity and glu-
cose tolerance. Since CP rats were hyperglycemic and
hyperinsulinemic, the lipid profiles in our CP rats are dif-
ferent from those of the CES3 knockout mice. Taken to-
gether with the results of these previous studies, CES3
might be down-regulated in CP rats as a result of hyper-
glycemia or physiological adaptation to obesity.
In the present study, MGLL was up-regulated in adi-

pose tissues of CP compared with age-matched controls.
Adipose tissue triglycerides are likely hydrolyzed in a
three-step process catalyzed by adipose triglyceride lip-
ase, hormonesensitive lipase, and MGLL [31]. MGLL is
a glyceride consisting of one fatty acid chain covalently
bonded to a glycerol molecule through an ester linkage
[32]. MGLL hydrolyzes monoglyceride to free glycerol
and fatty acid, and is considered the rate-limiting step of
monoglyceride hydrolysis in mammals [33]. A previous
study showed that whole-body MGLL knockout mice ex-
hibited decreased forskolin-stimulated fatty acid and gly-
cerol release from white adipose tissues and attenuated
high-fat diet-induced insulin resistance [34]. Given that
augmented fatty acid release in the basal condition caused
by increased lipolytic enzymes is implicated in the devel-
opment of insulin resistance of adipocytes, up-regulation
of MGLL in CP rats may contribute to the pathogenesis or
progression of obesity related to the metabolic syndrome.
It is known that perilipins (e.g. perilipin 1) and other li-
pases, such as hormone-sensitive lipase and adipose trigly-
ceride lipase are also pivotal in the regulation of adipose
tissue fat metabolism. However, there were no significant
differences in the expression of these lipases, between CP
and control (WKY and Lean rats) at 6 or 25 weeks of age.
In the present microarray analysis, KEGG annotation

revealed significant differences in proteins associated
with the PPAR signaling pathway. PPARs are ligand-
activated transcription factors belonging to the nuclear
receptor superfamily of regulatory factors [35]. They ex-
ercise homeostatic functions in the intestine at the inter-
face between nutrient metabolism and immunity, and
their main function is related to the regulation of genes
involved in glucose and lipid metabolism [36,37]. PPAR
family is also involved in the regulation of inflammation
and energy homeostasis [38]. Among them, PPARα directly
governs the triglyceride hydrolysis pathway in the liver
[39]. CES3 and MGLL are induced in mouse hepatocytes
by short-term treatment with PPARα agonist [40], but the
present result showed down-regulation of CES3 in spite of
up-regulation of PPAR signaling pathway. Further studies
are needed to clarify the relationship between CES3 and
PPAR signaling, but the results suggest that PPAR signal-
ing could be important targets in obesity, obesity-induced
inflammation, and metabolic syndrome.
In the present study, we applied comparative genomic

and proteomic analyses in adipose tissues to identify the
molecular targets associated with obesity related to the
metabolic syndrome. Microarray analysis identified 33
significantly up-regulated genes and 17 significantly down-
regulated genes in the adipose tissues of 6- and 25-week-
old CP, compared with age-matched WKY and Lean rats.
Based on the classification of genes with significant differ-
ence in expression according to their function, a large pro-
portion of the identified genes are known to be involved
in transferase, electron transport, and electron transporter
activity. In KEGG molecular pathway analysis, the up-
regulated genes were involved in PPAR signaling
pathway. The up-regulated proteins identified by pro-
teomics analysis and confirmed by western blot ana-
lysis, CES3 and MGLL were involved in adipose lipolysis
and regulated PPAR signaling. These findings suggest that
the proteins associated with adipocyte lipolysis and PPAR
signaling may be involved in obesity related to the meta-
bolic syndrome.
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Additional file 1: DNA microarray results. Table S1. Significantly
up-regulated genes in CP rats compared with WKY and Lean rats at 6
and 25 weeks of age. Table S2. Significantly down-regulated genes in CP
rats compared with WKY and Lean rats at 6 and 25 weeks of age.

Abbreviations
2D-DIGE: Two-dimensional fluorescence Difference gel electrophoresis;
ACTB: β-actin; AHSG: Alpha-2-HS-glycoprotein; CES3: Carboxylesterase 3;
CP: Spontaneously hypertensive rats/NDmcr-cp; GO: Gene Ontology;
KEGG: Kyoto Encyclopedia of Genes and Genomes; Lean: Spontaneously
hypertensive rats/lean; MALDI-TOF/TOF MS: Matrix-assisted laser desorption
ionization time-of-flight tandem mass spectrometry; MGLL: Monoglyceride
lipase; PDHB1: Pyruvate dehydrogenase E1 component subunit beta;
PPAR: Peroxisome proliferator-activated receptor; PVDF: Polyvinylidenedifluoride;
RT-PCR: Quantitative reverse transcription and polymerase chain reaction;
SEM: Standard error; SHR: Spontaneously hypertensive rats; Spin2b: Serine
protease inhibitor A3L; WKY: Wistar Kyoto rats.

Competing interests
The authors declare no conflict of interest.

Authors’ contributions
JC performed the experiments, analysis, and manuscript writing; SO contributed
to study design and performed the proteomics analysis; HI, EK, IT, and MY
participated in data interpretation of microarray analysis; CA performed the
microarray analysis; YY participated in data interpretation of proteomics analysis;
GI and MK contributed to study design and manuscript writing; SI participated
in organization of the study, data interpretation, and preparation of the
manuscript. All authors read and approved the final manuscript.

http://www.biomedcentral.com/content/supplementary/1758-5996-6-8-S1.docx


Chang et al. Diabetology & Metabolic Syndrome 2014, 6:8 Page 9 of 9
http://www.dmsjournal.com/content/6/1/8
Acknowledgements
The authors thank Kiyora Izuoka for assistance with biochemical analysis and
Kumi Nakao for help in preparation of the manuscript. This work was supported
in part by grants from the Japan Society for the Promotion of Science (grants-in
aid for Scientific Research #22390122 and NEXT Program #LS056).

Author details
1Graduate School of Regional Innovation Studies, Mie University, 1577
Kurimamachiya-cho, Tsu 514-8507, Japan. 2Department of Occupational and
Environmental Health, Nagoya University Graduate School of Medicine,
Nagoya, Japan. 3Department of Molecular and Environmental Medicine, Mie
University Graduate School of Medicine, Tsu, Japan. 4Health Technology
Research Center, National Institute of Advanced Industrial Science and
Technology, Tsukuba, Japan. 5Department of Engineering, Nagoya Institute
of Technology, Nagoya, Japan. 6Department of Medical Zoology, Mie
University Graduate School of Medicine, Tsu, Japan. 7Department of Human
Functional Genomics, Life Science Research Center, Mie University, Tsu,
Japan. 8Present address: Graduate School of Applied Biological Sciences, Gifu
University, Gifu, Japan. 9Present address: Applied Science, Roche Diagnostics,
Tokyo, Japan.

Received: 19 June 2013 Accepted: 9 January 2014
Published: 27 January 2014
References
1. Kopelman PG: Obesity as a medical problem. Nature 2000, 404:635–643.
2. Wilson PWF, D’Agostino RB, Parise H, et al: Metabolic syndrome as a

precursor of cardiovascular disease and type 2 diabetes mellitus.
Circulation 2005, 112:3066–3072.

3. McLaughlin T, Abbasi F, Lamendola C, et al: Heterogeneity in the
prevalence of risk factors for cardiovascular disease and type 2 diabetes
mellitus in obese individuals. Arch Intern Med 2007, 167:642–648.

4. Gohdes D, Amundson H, Oser CS, et al: How are we diagnosing
cardiometabolic risk in primary care settings? Prim Care
Diabetes 2009, 3:29–35.

5. Morricone L, Malavazos AE, Coman C, et al: Echocardiographic
abnormalities in normotensive obese patients: relationship with visceral
fat. Obes Res 2002, 10:489–498.

6. Marfella R, Esposito K, Siniscalchi M, et al: Effect of weight loss on cardiac
synchronization and proinflammatory cytokines in premenopausal obese
women. Diabetes Care 2004, 27:47–52.

7. Striffler JS, Bhathena SJ, Michaelis OE 4th, et al: Long-term effects of
perindopril on metabolic parameters and the heart in the spontaneously
hypertensive/NIH-corpulent rat with non-insulin-dependent diabetes
mellitus and hypertension. Metabolism 1998, 47:1199–1204.

8. Koletsky S: Obese spontaneously hypertensive rats-a model for study of
atherosclerosis. Exp Mol Pathol 1973, 19:53–60.

9. Yamamoto J, Ikeda K, Yamori Y: Obese and Hypertensive SHR/NDmcr-cp
rats-A model of metabolic syndrome. Adiposcience 2005, 2:243–248.

10. Cogburn LA, Wang X, Carre W, et al: Systems-wide chicken DNA
microarrays, gene expression profiling, and discovery of functional
genes. Poult Sci 2003, 82:939–951.

11. van Hal NL, Vorst O, van Houwelingen AM, et al: The application of DNA
microarrays in gene expression analysis. J Biotechnol 2000, 78:271–280.

12. Wang D, Park JS, Chu JS, et al: Proteomic profiling of bone marrow
mesenchymal stem cells upon transforming growth factor beta1
stimulation. J Biol Chem 2004, 279:43725–44334.

13. Macri J, Rapundalo ST: Application of proteomics to the study of
cardiovascular biology. Trends Cardiovasc Med 2001, 11:66–75.

14. Ahima RS, Flier JS: Adipose tissue as an endocrine organ. Trends Endocrinol
Metab 2000, 11:327–332.

15. Chang J, Oikawa S, Ichihara G, et al: Altered gene and protein expression
in liver of the obese spontaneously hypertensive/NDmcr-cp rat.
Nutr Metab 2012, 9:87.

16. Yamaguchi T, Kitamori K, Ichihara G, et al: Serial changes in adipocytokines
and cardiac function in a rat model of the metabolic syndrome. Clin Exp
Pharmacol Physiol 2013, 40:443–448.

17. Ichihara S, Noda A, Nagata K, et al: Pravastatin increases survival and
suppresses an increase in myocardial matrix metalloproteinase activity
in a rat model of heart failure. Cardiovasc Res 2006, 69:726–735.
18. Iwahashi H, Kitagawa E, Suzuki Y, et al: Evaluation of toxicity of the
mycotoxin citrinin using yeast ORF DNA microarray and Oligo DNA
microarray. BMC Genomics 2007, 8:95.

19. Oikawa S, Yamada T, Minohata T, et al: Proteomic identification of
carbonylated proteins in the monkey hippocampus after ischemia-
reperfusion. Free Radic Biol Med 2009, 46:1472–1477.

20. Hornshøj H, Bendixen E, Conley LN, et al: Transcriptomic and proteomic
profiling of two porcine tissues using high-throughput technologies.
BMC Genomics 2009, 10:30.

21. Rogers S, Girolami M, Kolch W, et al: Investigating the correspondence
between transcriptomic and proteomic expression profiles using
coupled cluster models. Bioinformatics 2008, 24:2894–2900.

22. Gabrielsson BL, Carlsson B, Carlsson LM: Partial genome scale analysis of
gene expression in human adipose tissue using DNA array. Obes Res
2000, 8:374–384.

23. López IP, Marti A, Milagro FI, et al: DNA microarray analysis of genes differentially
expressed in diet-induced (cafeteria) obese rats. Obes Res 2003, 11:188–194.

24. Soni KG, Lehner R, Metalnikov P, et al: Carboxylesterase 3 (EC 3.1.1.1) is a
major adipocyte lipase. J Biol Chem 2004, 279:40683–40689.

25. Marshall SD, Putterill JJ, Plummer KM, et al: The carboxylesterase gene
family from Arabidopsis thaliana. J Mol Evol 2003, 57:487–500.

26. Augusteyn RC, de Jersey J, Webb EC, et al: On the homology of the
active-site peptides of liver carboxylesterases. Biochim Biophys
Acta 1969, 171:128–137.

27. Mao Z, Li Y, Peng Y, et al: Lipopolysaccharide downregulates
carbolesterases 1 and 2 and reduces hydrolysis activity in vitro and
in vivo via p38MAPK-NF-kappaB pathway. Toxicol Lett 2011, 201:213–220.

28. Ross MK, Crow JA: Human carboxylesterases and their role in xenobiotic
and endobiotic metabolism. J Biochem Mol Toxicol 2007, 21:187–196.

29. Dolinsky VW, Gilham D, Alam M, et al: Triacylglycerol hydrolase: role in
intracellular lipid metabolism. Cell Mol Life Sci 2004, 61:1633–1651.

30. Wei E, Ben Ali Y, Lyon J, et al: Loss of TGH/Ces3 in mice decreases blood
lipids, improves glucose tolerance, and increases energy expenditure.
Cell Metab 2010, 11:183–193.

31. Zimmermann R, Strauss JG, Haemmerle G, et al: Fat mobilization in
adipose tissue is promoted by adipose triglyceride lipase. Science 2004,
306:1383–1386.

32. Quiroga AD, Lehner R: Liver triacylglycerol lipases. Biochim Biophys Acta
2012, 1821:762–769.

33. Jenkins CM, Mancuso DJ, Yan W, et al: Identification, cloning, expression,
and purificationof three novel human calcium-independent phospholipase A2
family members possessing triacylglycerol lipase and acylglyceroltransacylase
activities. J Biol Chem 2004, 279:48968–48975.

34. Taschler U, Radner FP, Heier C, et al: Monoglyceride lipase deficiency in
mice impairs lipolysis and attenuates diet-induced insulin resistance.
J Biol Chem 2011, 286:17467–17477.

35. Desvergne B, Michalik L, Wahli W: Be fit or be sick: peroxisome proliferator-
activated receptors are down the road. Mol Endocrinol 2004, 18:1321–1332.

36. Feige JN, Gelman L, Michalik L, et al: From molecular action to
physiological outputs: peroxisome proliferator-activated receptors are
nuclear receptors at the crossroads of key cellular functions. Prog Lipid
Res 2006, 45:120–159.

37. Grimaldi PA: Peroxisome proliferator-activated receptors as sensors of
fatty acids and derivatives. Cell Mol Life Sci 2007, 64:2459–2464.

38. Stienstra R, Duval C, Müller M, et al: PPARs, obesity, and inflammation.
PPAR Res 2007, 2007:95974.

39. Ong KT, Mashek MT, Bu SY, et al: Adipose triglyceride lipase is a major
hepatic lipase that regulates triacylglycerol turnover and fatty acid
signaling and partitioning. Hepatology 2011, 53:116–126.

40. Rakhshandehroo M, Sanderson LM, Matilainen M, et al: Comprehensive
analysis of PPARalpha-dependent regulation of hepatic lipid metabolism
by expression profiling. PPAR Res 2007, 2007:26839.

doi:10.1186/1758-5996-6-8
Cite this article as: Chang et al.: Expression of proteins associated with
adipocyte lipolysis was significantly changed in the adipose tissues of
the obese spontaneously hypertensive/NDmcr-cp rat. Diabetology &
Metabolic Syndrome 2014 6:8.


	Abstract
	Background
	Methods
	Results
	Conclusions

	Introduction
	Material and methods
	Animals
	Measurements of blood pressure and biochemical tests
	Preparation of RNA
	Hybridization, microarray scanning, and data analysis
	Protein samples preparation and separation by two-dimensional fluorescence difference gel electrophoresis (2D-DIGE) and data analysis
	Protein identification
	Quantitative RT-PCR
	Western blot analysis
	Statistical analysis

	Results
	Body weight, epididymal adipose tissue weight, systolic blood pressure, and plasma biochemical data
	Microarray analysis of gene expression profiles
	Comparison of protein identification
	Expression of identified proteins

	Discussion
	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. 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 for quality printing on desktop printers and proofers.  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 /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


