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Abstract Imbalance in lipid metabolism within hepatocytes

can lead to hepatosteatosis, which is a cause of numerous

hepatic dysfunctions. Previous studies have demonstrated

the roles of DJ-1 in Parkinson’s disease, diet-induced

oxidative stress, obesity, and diabetes. Although recent

studies have shown that DJ-1 is involved in metabolic

complications, the roles of DJ-1 in steatosis are largely

unknown. Therefore, the aim of the current study was to

elucidate the potential roles of DJ-1 in hepatosteatosis in

vitro. Normal rat liver cells Clone 9 (C9) were treated with

1 mM oleic acid (OA) for 24 h for establishment of a

steatosis model, after which various biochemical parameters,

including triglyceride, total cholesterol, and free fatty acid

contents, were determined after knockdown with Dj1-

specific siRNA. Silencing of Dj1 prevented hepatic steatosis

by suppressing expression of hepatic lipogenic markers,

which was confirmed by immunoblotting and real-time

PCR analysis. Up-regulation of mitochondrial and β-

oxidation-associated proteins showed potential to reduce

fat accumulation in the liver. Silencing of Dj1 resulted in

alleviation of steatosis by reducing lipogenesis and

improving mitochondrial biogenesis. Further in vivo studies

will be required to understand the molecular mechanism

behind the role of DJ-1 in steatosis.
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1. Introduction

An imbalance in lipid metabolism along with abnormal

accumulation of lipids is known as steatosis, which is

associated with various metabolic complications such as

adiposity, dyslipidemia, insulin resistance, and hepatocarcinoma

[1,2]. Non-alcoholic fatty liver disease (NAFLD) causes

hepatic manifestation of metabolic syndrome and insulin

resistance [3,4]. A high proportion of the Western population

is stricken by NAFLD at an estimated rate of 15 ~ 20%,

and this number is increasing rapidly [5,6]. Obesity is also

a cause of steatosis, and the incidence of steatosis in

patients with obesity is about 75% [7]. It was reported that

uncontrolled steatosis increases the risk of hepatocellular

carcinoma [8,9]. However, several studies have been carried

out to address this issue using different approaches such as

gene silencing [10,11], microRNA silencing [12,13], and

use of inhibitors [14,15].

Parkinson’s disease (PD)-associated protein DJ-1 is

expressed in multiple tissues and is a highly conserved

protein in mammals [16]. A growing body of evidence has

indicated that DJ-1 is an antioxidant protein that protects

against oxidative stress and cell death [17,18]. In our

previous studies, we showed that DJ-1 plays potential roles

in diet-induced oxidative stress [19] and STZ-induced

diabetes [20]. DJ-1 is also known to participate in the

regulation and protection of pancreatic β-cells both in vitro

and in vivo [21]. Moreover, an increased level of DJ-1 has

been observed in C57BL6/J male mice fed a high fat diet

(HFD) [22], whereas a suppressed level of DJ-1 has been

observed in the islets of elderly diabetic patients in a

gender-dependent manner [23]. However, the physiological

function of DJ-1 in metabolic syndrome, specifically

steatosis, remains elusive. Therefore, the current study was

designed to investigate whether silencing of hepatic Dj1

can improve steatosis in cultured hepatocytes. 
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2. Materials and Methods

2.1. Cell culture

C9 cells (normal liver cell line derived from rats, ATCC®-

CRL-1439™) were cultured in complete F12 medium

(Gibco, Carlsbad, CA, USA). Cells were cultured in a cell

culture dish and incubated at 37°C in a humidified chamber

with 5% CO2 for 24 h. Steatosis cell model was created by

treatment with oleic acid, which is a monounsaturated fatty

acid (MUFA) and serves as a source of non-arachidonic

acid [24]. To this end, oleic acid was dissolved in ethanol

and diluted in complete culture medium containing 0.01%

(w/v) BSA to a final concentration of 1 mM. Fatty acids

were added to the medium, which was sonicated at 40°C

for 45 min, cooled to 4°C, and then sterilized by using a

0.22µm filter. This homogeneous mixture was supplemented

to cells for 24 h.

2.2. Silencing of Dj1

For silencing of Dj1, a commercially available Silencer®

Select siRNA (Invitrogen, Carlsbad, CA, USA) and X-

tremeGENE siRNA Transfection Reagent (Roche Diagnostics

GmbH, Mannheim, Germany) were used. Post-confluent

cells in a 6-well culture dish were washed twice with

transfection medium and overlaid with a previously made

mixture of siRNA and transfection reagent. The transfection

process was carried out for 5 ~ 7 h depending on cell

conditions, after which cells were maintained in complete

medium for 24 h.

2.3. Quantitative real-time RT-PCR

To isolate total RNA from each group of cells, a total RNA

isolation kit (RNA-spin, iNtRON Biotechnology, Seongnam,

Korea) was used. Briefly, 1 µg of RNA was converted into

cDNA using Maxime RT premix (iNtRON Biotechnology).

Transcriptional levels of each gene were quantitatively

analyzed by using FastStart Universal SYBR Green master

(Rox), (Roche Diagnostics) with real-time RT-PCR (Stratagene

246 mx 3000p QPCR System, Agilent Technologies, Santa

Clara, CA, USA). Primers used in this study are presented

in Table 1. 

2.4. Immunoblot analysis

Cell lysates were prepared with RIPA buffer (Sigma-

Aldrich), vigorously vortexed, and centrifuged at 12,000 × g

for 15 min. Lysates were mixed with 2X sample buffer

(50 mM Tris at pH 6.8, 2% SDS, 10% glycerol, 5% β-

mercaptoethanol, and 0.1% bromophenol blue) and heated

for 5 min at 95oC, followed by sodium dodecyl sulfate

polyacrylamide gel electrophoresis (SDS-PAGE) using an

8, 10, or 12% (w/v) polyacrylamide gel. After electrophoresis,

proteins were transferred to a polyvinylidene difluoride

(PVDF) membrane (Roche Diagnostics) and then blocked

for 1 h in 5% skim milk or 5% bovine serum albumin

(BSA) prepared in TBS-T (Tris-buffered saline with

Tween-20) buffer (10 mM Tris-HCl, 150 mM NaCl, and

0.1% Tween 20). The membrane was rinsed three times

consecutively with TBS-T buffer, followed by incubation

for 1 h or overnight with 1:1,000 dilutions of primary

monoclonal anti-β-actin, polyclonal anti-AMPK, anti-

CPT1C, anti-C/EBPβ, anti-DJ-1, anti-FAS, anti-FABP,

anti-HSL, anti-LPL, anti-pAMPK, anti-PPARγ, anti-PGC-

1α, anti-SREBP1 (Santa Cruz Biotechnology, Santa Cruz,

CA, USA), anti-COX 4, and anti-HSP90 (Cell Signaling

Technology, Beverly, MA, USA) antibodies in TBS-T

buffer containing 1% skim milk. After three washes, the

membrane was incubated for 1 h with horseradish peroxidase-

conjugated anti-rabbit, anti-mouse, or anti-goat IgG secondary

antibody (1:1000, AbFrontier, Seoul, Korea) in TBS-T

buffer containing 1% skim milk. Membranes were then

developed using enhanced chemiluminescence (Westzol,

iNtRON Biotechnology). Chemiluminescence signal detection

Table 1. Sequences of primers for real-time RT-PCR used in this
study

Genes Orientation Primer sequence (5’→ 3’)

Acaca Forward TGCAGGTATCCCCACTCTTC

Reverse TTCTGATTCCCTTCCCTCCT

Cebpb Forward CAAGCTGAGCGACGAGTACA

Reverse CAGCTGCTCCACCTTCTTCT

Cox8b Forward ACATTCAGGGTGCCTCTTTG

Reverse CATGGCAGAAGTGGGAGATT

Cpt1b Forward GCAAACTGGACCGAGAAGAG

Reverse CCTTGAAGAAGCGACCTTTG

Cycs Forward TCAATGATGCTGCCTTTCAC

Reverse ACTCCCAATCAGGCATGAAC

Dj1 Forward GCTCACGAAGTAGGCTTTGG

Reverse AGGACTTTTCTTCCCCCAGA

Fabp4 Forward AGA AGT GGG AGT TGG CTT CG

Reverse ACT CTC TGA CCG GAT GAC GA

Hsl Forward TCCCTGTACCACAGCAATCA

Reverse AGCTGGAGGTGGTTCTGCT

L-Acbp Forward TGTGGAAAAGGTAGAAGAGC

Reverse AAGGAAGGAGGAGCAGTAAT

L-Fabp Forward AAACTCACCATCACCTAT

Reverse TTGTCACCCTCCATCTTA

Lpl Forward TATGGCACAGTGGCTGAAAG

Reverse CTGACCAGCGGAAGTAGGAG

Ppara Forward TCACACAATGCAATCCGTTT

Reverse GGCCTTGACCTTGTTCATGT

Prkaa1 Forward ATCCAAGAGCCGAGTTGCTC

Reverse GTCCGTTCTATGCGCTGGAT

Srebpf1 Forward CATGGACGAGCTACCCTTCG

Reverse CTGTCTCACCCCCAGCATAG

β-Actin Forward AGCCATGTACGTAGCCATCC

Reverse CTCTCAGCTGTGGTGGTGAA
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was performed using the FUSION SOLO chemiluminescence

and fluorescence imaging system (Vilber-Lourmat, Eber-

hardzell, Germany), and data were analyzed using Kodak

image analysis software (KODAK 1D, Estman Kodak,

Rochester, NY, USA) with normalization using β-actin.

2.5. Immunofluorescence analysis 

For immunofluorescence, cells were cultured on sterile

coverslips placed on a 6-well plate following the culture

protocol described in the cell culture section. Cells were

fixed with 4% p-formaldehyde in PBS of pH 7.4 for 20 min

at room temperature. Cells were permeabilized by incubation

with PBS containing 0.25% Triton X-100 for 10 min. Cells

were then washed with PBS three times, blocked with 5%

BSA for 1 h, incubated with polyclonal anti-DJ-1 antibody

(1:200 dilution) (Santa Cruz Biotechnology) overnight at

4oC, washed three times with PBS, and incubated again

with rhodamine-conjugated anti-rabbit secondary antibody

(1:1,000) for 1 h. Cells were counterstained with DAPI

(Sigma-Aldrich) and mounted using commercially available

mounting medium (Dako North America Inc., Carpinteria,

CA, USA). Fluorescence images were captured using a

confocal laser scanning microscope LSM700 (Carl Zeiss,

Oberkochen, Germany). Analysis of images was performed

by ZEN 2009 Light Edition (Carl Zeiss).

2.6. Oil Red O staining 

Control (CON), oleic acid-treated (OA), and knockdown

cells supplemented with OA (KD+OA) were cultured for

24 h, followed by washing with PBS, fixation with 10%

formalin for 1 h at room temperature, and washing three

times with deionized water. A mixture of Oil Red O

solution (0.6% Oil Red O dye in isopropanol) and water at

a 6:4 ratio was filtered through a syringe filter and layered

on cells for 20 min, followed by washing four times with

deionized water. Images were captured using an Olympus

IX51 inverted microscope (Olympus Co., Tokyo, Japan).

2.7. Biochemical parameters

Cultured cells were washed twice with PBS and harvested

in order to prepare cell lysate using RIPA buffer (Sigma-

Aldrich). TG content was measured according to the

manufacturer’s instructions using a TG test kit (Asan Pharm.

Co., Yeongcheon, Korea). TG content was normalized to

protein content as determined by the Bradford method.

Similarly, cells were harvested to determine total cholesterol

and free fatty acid contents. Both assays were performed

according to the manufacturer’s instructions by using a

Cholesterol/cholesteryl Ester Quantitation kit (BioVision

Inc., Mountain View, CA, USA) and Free Fatty Acid

Quantification kit (BioVision Inc.), where absorbance was

measured at 550 nm.

2.8. Statistical analysis

Experimental results are presented as mean ± S.D. Student’s

t-test was used to compare significance between control

(CON) and OA-treated cells (OA) as well as significance

between OA-treated control (OA) and knockdown cells

treated with OA (KD+OA).

3. Results

3.1. Knockdown of Dj1

Gene-specific knockdown of Dj1 was carried out using

a commercially available siRNA transfection system.

Knockdown efficiency was measured by immunoblotting,

real-time PCR, and immunofluorescence analysis based on

expression levels of DJ-1 in hepatocytes. Knockdown resulted

in around 77 and 74% reduction of DJ-1 expression at both

the mRNA and protein levels, respectively (Fig. 1).

3.2. Biochemical parameters 

We investigated whether DJ-1 regulates OA-induced lipid

accumulation in hepatocytes in vitro. We observed increased

lipid droplet accumulation in OA-treated group, whereas

knockdown of Dj1 significantly reduced accumulation of

oil droplets in hepatocytes (Fig. 2A). Silencing of Dj1

markedly reduced hepatic triglyceride (27%), total cholesterol

(30%), and free fatty acid contents (18%) as compared to

OA-treated control cells (Fig. 2B).

3.3. Silencing of Dj1 regulates lipid metabolism 

As an essential enzyme for cellular energy metabolism, we

confirmed reduced expression of AMPK and its encoding

gene as well as elevated expression of pAMPK by immuno-

blotting and real-time PCR (Figs. 3 and 4). As SREBP1,

C/EBPβ, PPARγ, and HSP90 are key regulators of the

progression of hepatic steatosis, we examined their expression

patterns by immunoblot analysis and/or real-time PCR

analysis. After silencing of Dj1, we observed markedly

reduced expression of these mediators as compared to OA-

treated control cells (Figs. 3 and 4). In addition, we

investigated expression patterns of key lipogenic and

lipolytic markers at both the protein (Fig. 3) and mRNA

levels (Fig. 4). We observed elevated levels of lipogenic

markers after treatment with OA, and their levels were

remarkably reduced after silencing of Dj1.

3.4. Silencing of Dj1 enhances mitochondrial biogenesis 

As β-oxidation is initiated in mitochondria, we evaluated

whether silencing of Dj1 resulted in increased mitochondrial

biogenesis. As shown in Fig. 5, most mitochondria-specific

markers were significantly elevated at both the protein and

mRNA levels after knockdown of Dj1. Hence, knockdown
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of Dj1 improved mitochondrial biogenesis to enhance fatty

acid catabolism, thereby alleviating steatosis. Fig. 6 depicts

the proposed mechanism underlying DJ-1-dependent steatosis

in hepatocytes.

Fig. 1. Expression of DJ-1 after silencing of Dj1 at protein and mRNA levels as well as confocal microscopic observation in C9 cells.
Band densities were calculated using ImageMaster 2D software version 4.95, and relative intensity (%) values of protein and mRNA
were normalized to β-actin. Statistical significance between each group was calculated by Student’s t-test. Significance between control
and oleic acid (OA)-treated cells was set at either †p < 0.05 or ††p < 0.01. Significance between OA-treated control and OA-treated
knockdown cells was set at either *p < 0.05 or **p < 0.01. Scale bars = 50 µm, magnification = 400 X.

Fig. 2. Accumulation of lipid droplets (A) as well as total cholesterol, triglyceride, and free fatty acid (B) contents measured in C9 cells
before and after Dj1 silencing. Statistical significance between each group was calculated by Student’s t-test. Significance between
control and oleic acid (OA)-treated cells was set at either †p < 0.05 or ††p < 0.01. Significance between OA-treated control and OA-
treated knockdown cells was set at either *p < 0.05 or **p < 0.01. Scale bars = 20 µm, magnification = 200 X.
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Fig. 3. Knockdown of Dj1 down-regulates steatotic markers at the protein level. Band densities were calculated using ImageMaster 2D
software version 4.95, and relative intensity (%) values of protein were normalized to β-actin. Statistical significance between each group
was calculated by Student’s t-test. Significance between control and oleic acid (OA)-treated cells was set at either †p < 0.05 or ††p < 0.01.
Significance between OA-treated control and OA-treated knockdown cells was set at either *p < 0.05 or **p < 0.01.

Fig. 4. Knockdown of Dj1 down-regulates steatotic markers at the mRNA level. Relative expression (%) values of mRNA were
normalized to Actb. Statistical significance between each group was calculated by Student’s t-test. Significance between control and oleic
acid (OA)-treated cells was set at either †p < 0.05 or ††p < 0.01. Significance between OA-treated control and OA-treated knockdown
cells was set at either *p < 0.05 or **p < 0.01.
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4. Discussion

In the present study, we evaluated for the first time the

effect of DJ-1 and its potential mechanism underlying

metabolic regulation in hepatosteatosis. We observed marked

reduction of lipogenesis, enhanced β-oxidation, as well as

improved mitochondrial biogenesis after silencing of Dj1

in hepatocytes. Previous studies reported elevated levels of

DJ-1 in adipose and liver tissues of diet-induced obese

mice [22] and SD rats [19], which drove us to hypothesize

that reduced DJ-1 expression may help to reduce lipid

accumulation in hepatocytes. We observed that knockdown

of Dj1 markedly reduced accumulation of lipid droplets in

hepatocytes. It has been documented that DJ-1 is associated

with lipid rafts in astrocytes [25], and a recent report

demonstrated marked reduction of lipid droplets in

adipocytes after knockdown of Dj1 [26]. However, to date,

it remains to be determined whether DJ-1 regulates lipid

homeostasis in the liver.

Accumulation of TGs in the liver is a common symptom

of metabolic liver disease such as hepatic steatosis [27].

Similarly, dietary cholesterol and free fatty acids are important

risk factors for progression to hepatic inflammation in diet-

induced non-alcoholic steatohepatitis (NASH) [28]. In this

study, we observed reduced accumulation of TGs, total

cholesterol, and free fatty acids in OA-treated Dj1 knockdown

cells as compared to OA-treated control cells. In support of

our findings, previous reports have demonstrated reduced

levels of hepatic TGs, cholesterol, and free fatty acids in

C57BL/6J mice for recovery from steatosis [2,28]. An

imbalanced lipid profile may cause degenerative brain

diseases [29], and deletion of Parkinson’s disease-associated

protein Parkin (Park2) can result in reduced hepatic TG

and free fatty acid levels in mice [29]. Moreover, DJ-1 and

Parkin are linked and maintain a parallel relationship in

Parkinson’s disease [30]. Taken together, DJ-1 also has the

capacity to control accumulation of TGs, cholesterol, and

free fatty acids in hepatocytes. Thus, our findings demonstrate

the role of DJ-1 in OA-induced lipid homeostasis of

hepatocytes.

We next determined the expression and phosphorylation

levels of AMPK, which is an essential player in energy

homeostasis with potential to control obesity [31]. Regarding

the importance of AMPK as a metabolic master switch, it

has been shown to regulate various intracellular signaling

pathways, including cellular uptake of glucose and its

transporters as well as β-oxidation and mitochondrial

Fig. 5. Knockdown of Dj1 regulates lipolytic and mitochondrial
markers at the protein (A) and mRNA (B) levels. Relative
expression values (%) of protein and mRNA were normalized to
β-actin. Band densities were calculated using ImageMaster 2D
software version 4.95, and relative intensity (%) values of protein
were normalized to β-actin. Statistical significance between each
group was calculated by Student’s t-test. Significance between
control and oleic acid (OA)-treated cells was set at either †p < 0.05
or ††p < 0.01. Significance between OA-treated control and OA-
treated knockdown cells was set at either *p < 0.05 or **p < 0.01.

Fig. 6. Suggested molecular mechanism underlying DJ-1-dependent
regulation of hepatosteatosis.
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biogenesis [32,33]. We observed down-regulation and

phosphorylation of AMPK in DJ-1-deficient cells treated

with OA, suggesting a potential role for DJ-1 in overcoming

steatosis. Similar to our observations, it has been reported

that phosphorylation of AMPK inhibits expression of

SREBP, which helps to attenuate hepatic steatosis in mice

and in vitro [34,35]. These results suggest that silencing of

Dj1 results in AMPK phosphorylation, which diminishes

steatosis through regulation of SREBP.

We next speculated that knockdown of Dj1 may alter

hepatic lipid metabolism through down regulation of steatosis

markers. Interestingly, we observed decreased expression

of SREBP1, C/EBPβ, and PPARγ, indicating that DJ-1 may

have restricted lipid accumulation by inhibiting expression

of these marker proteins. SREBP1 is a member of the basic

helix-loop-helix-leucine zipper family of transcription

factors, which not only activates several lipogenic enzymes

involved in hepatic fatty-acid synthesis [36] but also plays

a crucial role in cholesterol synthesis and accumulation of

TGs in the liver [37]. Further, SREBP1 regulates lipogenesis

by using dietary carbohydrate sources [10]. In this study,

we observed marked reduction of SREBP expression at

both the mRNA and protein levels after silencing of Dj1.

Consistent with our findings, earlier studies have reported

enhanced expression of SREBP1 under steatotic conditions

in human patients [38,39], and reduced expression of

SREBP was observed in vitro and in SD rats after recovery

from steatosis [40,41]. Hence, our results suggest that

knockdown of Dj1 inhibits the expression of SREBP that

may further reduce the lipid content in OA-induced

hepatocytes.

We next identified the effect of Dj1 on the expression

levels of C/EBPβ, PPARγ, and Ppara in relation to steatosis

and fatty acid uptake. Recent evidences have implicated

that reduced expression of C/EBPβ is a necessary event in

abrogating steatosis. Earlier studies demonstrated altered

expression of C/EBPβ in vitro and in the liver of transgenic

mice during steatosis [42,43]. However, deletion of C/

EBPβ prevented hepatic steatosis by controlling hepatic

TG levels as well as altering PPARγ and PPARα expression

levels in C57Bl/6J mice [44]. Our data suggest that reduced

C/EBPβ expression after knockdown of Dj1 is an important

event to overcoming OA-induced steatosis.

Previous studies have indicated that PPARγ is an

important player of fatty acid uptake and transport [45].

Interestingly, we detected reduced protein expression of

PPARγ but increased mRNA expression of Ppara, which

helps to reduce fatty acid uptake and ultimately prevent

expression of lipogenic factors. In line with our observations,

altered expression of PPARγ has been reported in the liver

of morbidly obese women [46] and diet-induced male

C57BL/6J mice [2]. On the other hand, it has been reported

that suppression of PPARα causes hepatic steatosis [47]. It

is obvious that deletion of PPARγ delays hepatic TG

uptake and ultimately prevents steatosis in diet-induced

transgenic obese mice [45]. An earlier report demonstrated

that C/EBPβ regulates PPARγ and TGs to promote hepatic

lipogenesis in mice [44]. Therefore, we suggest that the

inverse relationship between PPARγ and Ppara after

knockdown of Dj1 may restore the protective ability of

hepatocytes against OA-induced steatosis.

Next, we examined the effect of Dj1 on the expression

of heat shock protein 90 (HSP90) in OA-induced hepatocytes.

HSP90 is an emerging therapeutic target in liver and

metabolic diseases [48]. In this study, we observed that

knockdown of Dj1 subsequently reduced protein levels of

HSP90, which is considered as an important modulator of

steatosis. Recent reports have shown that inhibition of

HSP90 blocks PPARγ signaling in primary hepatocytes

[49] as well as reduces steatosis and macrophage activation

in obese C57BL/6 mice [48]. Further, it has been previously

documented that knockout of DJ-1 destabilizes HSP90

[50], thereby controlling PPARγ expression. Taken together,

these results suggest a possible role for DJ-1 in alleviating

steatosis in OA-induced hepatocytes.

Further, we investigated whether silencing of Dj1 reduces

expression levels of lipogenic markers in cultured

hepatocytes. Previously, it was established that during the

course of steatosis, stimulation of FAS, ACC, L-FABP,

FABP4, and LPL expression reflects increased fatty acid

synthesis [46,51,52]. In our study, silencing of Dj1 led to

reduced expression of lipogenic markers. In line with our

findings, reduced levels of lipogenic markers were observed

as compared to control steatosis in vitro [53] and SD rats

[54]. In addition, an earlier study reported that DJ-1

deficiency led to reduction of adipogenesis and diet-induced

inflammation in mice [26]. Collectively, these results imply

that silencing of Dj1 significantly contributes to reduced

lipogenesis.

Since hepatic steatosis is caused by increased lipogenesis

and decreased lipolysis, we hypothesize that silencing of

Dj1 is necessary to reduce hepatic fat deposition through

hormone-sensitive lipase (HSL)-dependent lipolysis. HSL

is a rate-limiting enzyme of intracellular TG metabolism as

well as a major regulator of fatty acid mobilization in

adipose tissue and other metabolic tissues [55]. Silencing

of Dj1 elevated expression of HSL at both the mRNA and

protein levels, resulting in activation of lipolysis. Increased

HSL levels may be responsible for transport of fatty acids

to the liver, resulting in increased hepatic lipolysis and fatty

acid oxidation. Thus, with respect to our observations, we

conclude that deletion or silencing of Dj1 may negatively
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and positively regulate lipogenic and lipolytic markers,

respectively. These results led us to hypothesize that such

molecular events may result in reduction of fatty acid

accumulation in OA-induced hepatocytes.

Another remarkable outcome of this study is that Dj1

silencing increased expression of PGC-1α, a master regulator

of mitochondrial biogenesis and energy metabolism. In

general, elevated expression of PGC-1α is required for

mitochondrial biogenesis and function [56,57]. Moreover,

PGC-1α is involved in adaptation to fasting and

gluconeogenesis, which is the de novo synthesis of glucose

in the liver [58]. Parallel to our findings, other studies have

reported that elevated levels of PGC-1α protect the liver

from steatosis by increasing mitochondrial biogenesis

[58,59]. It is well documented that DJ-1 deficiency leads to

abnormal mitochondrial morphology and dynamics as well

as reduced mitochondrial membrane potential in mouse

brain and neuronal cell lines [18,60]. At the same time,

these defects can be rescued by overexpression of Parkin

(Park2) or PINK1 [61]. Therefore, we hypothesize that

selective inhibition of DJ-1 may help to increase the

mitochondrial number, thereby increasing mitochondrial

biogenesis through an unknown mechanism in OA-induced

hepatocytes. However, further detail studies will be required

to prove this hypothesis. 

Additionally, silencing of Dj1 led to increased expression

of some important mitochondrial marker genes and proteins

(Cpt1b, CPT1C, COX 4, Cox8b, and Cycs). CPT1 is the

key enzyme of the mitochondrial fatty acid β-oxidation

pathway [62,63], and its dysregulation causes impaired

mitochondrial biogenesis through COX 4 in leptine deficiency-

mediated nonalcoholic steatohepatitis [64]. Collectively,

enhanced expression of these mitochondrial markers reflects

improved mitochondrial β-oxidation through silencing of

Dj1, suggesting that DJ-1 has the capacity to control steatosis

by minimizing lipogenesis and elevating β-oxidation.

5. Conclusion

Our data suggest that knockdown of Dj1 can induce

alleviation of steatosis by reducing lipogenesis and

augmenting mitochondrial biogenesis. Hence, DJ-1 is a key

player involved in metabolic homeostasis and pathophysiology

of hepatosteatosis.
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Nomenclature 

ACBP/Acbp : Acyl-CoA-binding protein/-encoding gene

Acaca : Acetyl-CoA carboxylase-encoding gene

AMPK/Ampk : 5' adenosine monophosphate-activated

protein kinase/-encoding gene 

C/EBPβ/Cebpb : CCAAT/enhancer-binding protein beta/

-encoding gene

Clone 9 : C9

Cpt1b : Carnitine O-palmitoyltransferase 1 isoform

b-encoding gene

CPT : Carnitine O-palmitoyltransferase

CYCS/Cycs : Cytochrome complex/-encoding gene

COX 4 : Cytochrome oxidase subunit 4

Cox8b : Cytochrome oxidase subunit 8b-encoding

gene

DJ-1/Dj1 : Parkinson disease 7/-encoding gene

FABP : Fatty-acid-binding protein

FAS/Fasn : Fatty acid synthase/-encoding gene

HSL/Hsl : Hormone-sensitive lipase/-encoding gene

HSP90 : Heat shock protein 90

LPL/Lpl : Lipoprotein lipase/-encoding gene

PGC-1α : Peroxisome proliferator-activated receptor

gamma coactivator 1-alpha

PPAR/Ppar : Peroxisome proliferator-activated receptor/

-encoding gene 

SREBP1/Srebpf1 : Sterol regulatory element-binding protein/

-encoding gene

References 

1. Yilmaz, Y. (2012) Review article: Is non-alcoholic fatty liver dis-
ease a spectrum, or are steatosis and non-alcoholic steatohepatitis
distinct conditions? Aliment Pharmacol. Ther. 36: 815-823.

2. Kwon, E. Y., U. J. Jung, T. Park, J. W. Yun, and M. S. Choi
(2015) Luteolin attenuates hepatic steatosis and insulin resistance
through the interplay between the liver and adipose tissue in mice
with diet-induced obesity. Diabetes 64: 1658-1669.

3. Krawczyk, M., L. Bonfrate, and P. Portincasa (2010) Nonalco-
holic fatty liver disease. Best Pract. Res. Clin. Gastroenterol. 24:
695-708.

4. Lonardo A., S. Bellentani, V. Ratziu, and P. Loria (2011) Insulin
resistance in nonalcoholic steatohepatitis: Necessary but not suf-
ficient-death of a dogma from analysis of therapeutic studies?
Expert. Rev. Gastroenterol. Hepatol. 5: 279-289.

5. Amarapurkar, D., P. Kamani, N. Patel, P. Gupte, P. Kumar, S.
Agal, R. Baijal, S. Lala, D. Chaudhary, and A. Deshpande (2007)
Prevalence of non-alcoholic fatty liver disease: Population based



1160 Biotechnology and Bioprocess Engineering 20: 1152-1161 (2015)

study. Ann. Hepatol. 6: 161-163.
6. Zhou, Y. J., Y. Y. Li, Y. Q. Nie, J. X. Ma, L. G. Lu, S. L. Shi, M.

H. Chen, and P. J. Hu (2007) Prevalence of fatty liver disease and
its risk factors in the population of South China. World J. Gas-
troenterol. 13: 6419-6424.

7. Duarte, M. A. and G. A. Silva (2011) Hepatic steatosis in obese
children and adolescents. J. Pediatr. 87: 150-156.

8. Marrero, J. A., R. J. Fontana, G. L. Su, H. S. Conjeevaram, D. M.
Emick, and A. S. F. Lok (2002) NAFLD may be a common
underlying liver disease in patients with hepatocellular carcinoma
in the United States. Hepatol. 36: 1349-1354.

9. Caldwell, S. H., D. M. Crespo, H. S. Kang, and A. M. Al-Osaimi
(2004) Obesity and hepatocellular carcinoma. Gastroenterol.
127: 97-103.

10. Kim, H. Y., S. Y. Park, M. H. Lee, J. H. Rho, Y. J. Oh, H. U. Jung,
S. H. Yoo, N. Y. Jeong, H. J. Lee, S. Suh, S. Y. Seo, J. Cheong, J.
S. Jeong, and Y. H. Yoo (2015) Hepatic STAMP2 alleviates high
fat diet-induced hepatic steatosis and insulin resistance. J. Hepa-
tol. 63: 477-485.

11. Kim, D. I., M. J. Park, S. K. Lim, J. I. Park, K. C. Yoon, H. J.
Han, J. Å. Gustafsson, J. H. Lim, and S. H. Park (2015) PRMT3
regulates hepatic lipogenesis through direct interaction with
LXRá. Diabetes 64: 60-71.

12. Takaki, Y., Y. Saito, A. Takasugi, K. Toshimitsu, S. Yamada, T.
Muramatsu, M. Kimura, K. Sugiyama, H. Suzuki, E. Arai, H.
Ojima, Y. Kanai, and H. Saito (2014) Silencing of microRNA-
122 is an early event during hepatocarcinogenesis from non-alco-
holic steatohepatitis. Cancer Sci. 105: 1254-1260.

13. Katsura, A., A. Morishita, H. Iwama, J. Tani, T. Sakamoto, M.
Tatsuta, Y. Toyota, K. Fujita, K. Kato, E. Maeda, T. Nomura, H.
Miyoshi, H. Yoneyama, T. Himoto, S. Fujiwara, H. Kobara, H.
Mori, T. Niki, M. Ono, M. Hirashima, and T. Masaki (2015)
MicroRNA profiles following metformin treatment in a mouse
model of non-alcoholic steatohepatitis. Int. J. Mol. Med. 35: 877-
884.

14. Choi, Y. J., C. H. Lee, K. Y. Lee, S. H. Jung, and B. H. Lee
(2015) Increased hepatic fatty acid uptake and esterification con-
tribute to tetracycline-induced steatosis in mice. Toxicol. Sci. 145:
273-282.

15. Kim, H. M., E. S. Lee, B. R. Lee, D. Yadav, Y. M. Kim, H. J. Ko,
K. S. Park, E. Y. Lee, and C. H. Chung (2015) C-C chemokine
receptor 2 inhibitor ameliorates hepatic steatosis by improving
ER stress and inflammation in a type 2 diabetic mouse model.
PLoS One. 10: e0120711.

16. Bandopadhyay, R., A. E. Kingsbury, M. R. Cookson, A. R. Reid,
I. M. Evans, A. D. Hope, A. M. Pittman, T. Lashley, R. Canet-
Aviles, D. W. Miller, C. McLendon, C. Strand, A. J. Leonard, P.
M. Abou-Sleiman, D. G. Healy, H. Ariga, N. W. Wood, R. de
Silva, T. Revesz, J. A. Hardy, and A. J. Lees (2004) The expres-
sion of DJ-1 (PARK7) in normal human CNS and idiopathic Par-
kinson's disease. Brain. 127: 420-430.

17. Kim, R. H., P. D. Smith, H. Aleyasin, S. Hayley, M. P. Mount, S.
Pownall, A. Wakeham, A. J. You-Ten, S. K. Kalia, P. Horne, D.
Westaway, A. M. Lozano, H. Anisman, D. S. Park, and T. W.
Mak (2005) Hypersensitivity of DJ-1-deficient mice to 1-methyl-
4-phenyl-1,2,3,6-tetrahydropyrindine (MPTP) and oxidative
stress. Proc. Natl. Acad. Sci. U S A. 102: 5215-5220.

18. Giaime, E., H. Yamaguchi, C. A. Gautier, T. Kitada, and J. Shen
(2012) Loss of DJ-1 does not affect mitochondrial respiration but
increases ROS production and mitochondrial permeability tran-
sition pore opening. PLoS One. 7: e40501.

19. Chaudhari, H. N., S. W. Kim, and J. W. Yun (2014) Gender-
dimorphic regulation of antioxidant proteins in response to high-
fat diet and sex steroid hormones in rats. Free Radic. Res. 48:
587-598.

20. Chaudhari, H. N., S. W. Kim, and J. W. Yun (2015) Gender-

dimorphic regulation of DJ-1 and its interactions with metabolic
proteins in streptozotocin-induced diabetic rats. J. Cell Mol. Med.
19: 996-1009.

21. Inberg, A. and M. Linial (2010) Protection of pancreatic beta-
cells from various stress conditions is mediated by DJ-1. J. Biol.
Chem. 285: 25686-25698.

22. Waanders, L. F., K. Chwalek, M. Monetti, C. Kumar, E. Lam-
mert, and M. Mann (2009) Quantitative proteomic analysis of
single pancreatic islets. Proc. Natl. Acad. Sci. U S A. 106: 18902-
18907.

23. Jain, D., R. Jain, D. Eberhard, J. Eglinger, M. Bugliani, L. Pie-
monti, P. Marchetti, and E. Lammert (2012) Age- and diet-
dependent requirement of DJ-1 for glucose homeostasis in mice
with implications for human type 2 diabetes. J. Mol. Cell Biol. 4:
221-230.

24. Das, U. N. (2006) Essential fatty acids: Biochemistry, physiology
and pathology. Biotechnol. J. 1: 420-439.

25. Kim, K. S., J. S. Kim, J. Y. Park, Y. H. Suh, I. Jou, E. H. Joe, and
S. M. Park (2013) DJ-1 associates with lipid rafts by palmitoy-
lation and regulates lipid rafts-dependent endocytosis in astro-
cytes. Hum. Mol. Genet. 22: 4805-4817.

26. Kim J. M., H. J. Jang, S. Y. Choi, S. A. Park, I. S. Kim, Y. R.
Yang, Y. H. Lee, S. H. Ryu, and P. G. Suh (2014) DJ-1 contributes to
adipogenesis and obesity-induced inflammation. Sci. Rep. 4: 4805.

27. den Boer, M., P. J. Voshol, F. Kuipers, L. M. Havekes, and J. A.
Romijn (2004) Hepatic steatosis: A mediator of the metabolic
syndrome. Lessons from animal models. Arterioscler Thromb.
Vasc. Biol. 24: 644-649. 

28. Wouters, K., P. J. van Gorp, V. Bieghs, M. J. Gijbels, H. Duimel,
D. Lütjohann, A. Kerksiek, R. van Kruchten, N. Maeda, B.
Staels, M. van Bilsen, R. Shiri-Sverdlov, and M. H. Hofker
(2008) Dietary cholesterol, rather than liver steatosis, leads to
hepatic inflammation in hyperlipidemic mouse models of nonal-
coholic steatohepatitis. Hepatol. 48: 474-486. 

29. Kim, K. Y., M. V. Stevens, M. H. Akter, S. E. Rusk, R. J. Huang,
A. Cohen, A. Noguchi, D. Springer, A. V. Bocharov, T. L. Egg-
erman, D. F. Suen, R. J. Youle, M. Amar, A. T. Remaley, and M.
N. Sack (2011) Parkin is a lipid-responsive regulator of fat uptake
in mice and mutant human cells. J. Clin. Invest. 121: 3701-3712.

30. Cookson, M. R. (2012) Parkinsonism due to mutations in
PINK1, parkin, and DJ-1 and oxidative stress and mitochondrial
pathways. Cold Spring Harb. Perspect. Med. 2: a009415.

31. Hardie, D. G. (2008) AMPK: A key regulator of energy balance
in the single cell and the whole organism. Int. J. Obes. 32: 7-12.

32. Thomson, D. M., B. B. Porter, J. H. Tall, H. J. Kim, J. R. Barrow,
and W. W. Winder (2007) Skeletal muscle and heart LKB1 defi-
ciency causes decreased voluntary running and reduced muscle
mitochondrial marker enzyme expression in mice. Am. J. Phys-
iol. Endocrinol. Metab. 292: E196-202.

33. Hardie, D. G., F. A. Ross, and S. A. Hawley (2012) AMPK: A
nutrient and energy sensor that maintains energy homeostasis.
Nat. Rev. Mol. Cell Biol. 13: 251-262.

34. Li, Y., S. Xu, M. M. Mihaylova, B. Zheng, X. Hou, B. Jiang, O.
Park, Z. Luo, E. Lefai, J. Y. Shyy, B. Gao, M. Wierzbicki, T. J.
Verbeuren, R. J. Shaw, R. A. Cohen, and M. Zang (2011) AMPK
phosphorylates and inhibits SREBP activity to attenuate hepatic
steatosis and atherosclerosis in diet-induced insulin-resistant
mice. Cell Metab. 13: 376-388.

35. Seo, M. S., J. H. Kim, H. J. Kim, K. C. Chang, and S. W. Park
(2015) Honokiol activates the LKB1-AMPK signaling pathway
and attenuates the lipid accumulation in hepatocytes. Toxicol.
Appl. Pharmacol. 284: 113-124.

36. Brown M. S. and J. L. Goldstein (2009) Cholesterol feedback:
From Schoenheimer's bottle to Scap's MELADL. J. Lipid Res.
50: 15-27.

37. Gao, M., Y. Ma, and D. Liu (2015) High-fat diet-induced adipos-



DJ-1 Deficiency Alleviates Steatosis in Cultured Hepatocytes 1161

ity, adipose inflammation, hepatic steatosis and hyperinsulinemia
in outbred CD-1 mice. PLoS One. 10: e0119784.

38. Higuchi, N., M. Kato, Y. Shundo, H. Tajiri, M. Tanaka, N.
Yamashita, M. Kohjima, K. Kotoh, M. Nakamuta, R. Takay-
anagi, and M. Enjoji (2008) Liver X receptor in cooperation with
SREBP-1c is a major lipid synthesis regulator in nonalcoholic
fatty liver disease. Hepatol. Res. 38: 1122-1129.

39. Nakamuta, M., T. Fujino, R. Yada, M. Yada, K. Yasutake, T.
Yoshimoto, N. Harada, N. Higuchi, M. Kato, M. Kohjima, A.
Taketomi, Y. Maehara, M. Nakashima, K. Kotoh, and M. Enjoji
(2009) Impact of cholesterol metabolism and the LXRalpha-
SREBP-1c pathway on nonalcoholic fatty liver disease. Int. J.
Mol. Med. 23: 603-608.

40. Wang, M., S. Sun, T. Wu, L. Zhang, H. Song, W. Hao, P. Zheng,
L. Xing, and G. Ji (2013) Inhibition of LXRá/SREBP-1c-Medi-
ated Hepatic Steatosis by Jiang-Zhi Granule. Evid. Based Com-
plement Alternat. Med. 2013: 584634.

41. Park, M. J., D. I. Kim, J. H. Choi, Y. R. Heo, and S. H. Park
(2015) New role of irisin in hepatocytes: The protective effect of
hepatic steatosis in vitro. Cell Signal. 27: 1831-1839.

42. Timchenko, L. T., E. Salisbury, G. L. Wang, H. Nguyen, J. H.
Albrecht, J. W. Hershey, and N. A. Timchenko (2006) Age-spe-
cific CUGBP1-eIF2 complex increases translation of CCAAT/
enhancer-binding protein beta in old liver. J. Biol. Chem. 281:
32806-32819.

43. Gao, L. L., M. Li, Q. Wang, S. A. Liu, J. Q. Zhang, and J. Cheng
(2015b) HCBP6 Modulates Triglyceride Homeostasis in Hepa-
tocytes via the SREBP1c/FASN Pathway. J. Cell Biochem. 116:
2375-2384. 

44. Schroeder-Gloeckler, J. M., S. M. Rahman, R. C. Janssen, L.
Qiao, J. Shao, M. Roper, S. J. Fischer, E. Lowe, D. J. Orlicky, J.
L. McManaman, C. Palmer, W. L. Gitomer, W. Huang, R. M.
O'Doherty, T. C. Becker, D. J. Klemm, D. R. Jensen, L. K. Pul-
awa, R. H. Eckel, and J. E. Friedman (2007) CCAAT/enhancer-
binding protein beta deletion reduces adiposity, hepatic steatosis,
and diabetes in Lepr(db/db) mice. J. Biol. Chem. 282: 15717-
15729.

45. Matsusue, K., M. Haluzik, G. Lambert, S. H. Yim, O. Gavrilova,
J. M. Ward, B. Jr. Brewer, M. L. Reitman, and F. J. Gonzalez
(2003) Liver-specific disruption of PPARγ in leptin-deficient
mice improves fatty liver but aggravates diabetic phenotypes. J.
Clin. Invest. 111: 737-747.

46. Auguet, T., A. Berlanga, E. Guiu-Jurado, S. Martinez, J. A. Por-
ras, G. Aragonès, F. Sabench, M. Hernandez, C. Aguilar, J. J. Sir-
vent, D. Del Castillo, and C. Richart (2014) Altered fatty acid
metabolism-related gene expression in liver from morbidly obese
women with non-alcoholic fatty liver disease. Int. J. Mol. Sci. 15:
22173-22187.

47. Oshida, K., N. Vasani, R. S. Thomas, D. Applegate, M. Rosen, B.
Abbott, C. Lau, G. Guo, L. M. Aleksunes, C. Klaassen, and J. C.
Corton (2015) Identification of modulators of the nuclear recep-
tor peroxisome proliferator-activated receptor α (PPARα) in a
mouse liver gene expression compendium. PLoS One 10:
e0112655.

48. Ambade A., D. Catalano, A. Lim, A. Kopoyan, S. A. Shaffer, and
P. Mandrekar (2014) Inhibition of heat shock protein 90 allevi-
ates steatosis and macrophage activation in murine alcoholic
liver injury. J. Hepatol. 61: 903-911.

49. Wheeler, M. C. and N. Gekakis (2014) Hsp90 modulates PPARγ
activity in a mouse model of nonalcoholic fatty liver disease. J.
Lipid Res. 55: 1702-1710.

50. Knobbe C. B., T. J. Revett, Y. Bai, V. Chow, A. H. Jeon, C.
Böhm, S. Ehsani, T. Kislinger, H. T. Mount, T. W. Mak, P. St
George-Hyslop, and G. Schmitt-Ulms (2011) Choice of biologi-
cal source material supersedes oxidative stress in its influence on

DJ-1 in vivo interactions with Hsp90. J. Proteome Res. 10: 4388-
4404.

51. Hardwick, J. P., D. Osei-Hyiaman, H. Wiland, M. A. Abdelme-
geed, and B. J. Song (2009) PPAR/RXR Regulation of fatty acid
metabolism and fatty acid omega-hydroxylase (CYP4)
Isozymes: Implications for prevention of lipotoxicity in fatty liver
disease. PPAR Res. 2009: 952734.

52. Tzeng, T. F., S. S. Liou, C. J. Chang, and I. M. Liu (2015) [6]-
Gingerol dampens hepatic steatosis and inflammation in experi-
mental nonalcoholic steatohepatitis. Phytomed. 22: 452-461.

53. Zhao, F., P. Xie, J. Jiang, L. Zhang, W. An, and Y. Zhan (2014)
The effect and mechanism of tamoxifen-induced hepatocyte ste-
atosis in vitro. Int. J. Mol. Sci. 5: 4019-4030.

54. Zhou, J., L. Zhang, J. Zhang, and X. Wan (2014) Aqueous extract
of post-fermented tea reverts the hepatic steatosis of hyperlipi-
demia rat by regulating the lipogenic genes expression and
hepatic fatty acid composition. BMC Complement Altern. Med.
14: 263.

55. Zhu, W., S. Chen, Z. Li, X. Zhao, W. Li, Y. Sun, Z. Zhang, W.
Ling, and X. Feng (2014) Effects and mechanisms of resveratrol
on the amelioration of oxidative stress and hepatic steatosis in
KKAy mice. Nutr. Metab. 11: 35.

56. Austin, S. and J. St-Pierre (2012) PGC-1α and mitochondrial
metabolism--emerging concepts and relevance in ageing and
neurodegenerative disorders. J. Cell Sci. 125: 4963-4971.

57. LeBleu, V. S., J. T. O'Connell, K. N. Gonzalez Herrera, H. Wik-
man, K. Pantel, M. C. Haigis, F. M. de Carvalho, A. Damascena,
L. T. Domingos Chinen, R. M. Rocha, J. M. Asara, and R. Kal-
luri (2014) PGC-1α mediates mitochondrial biogenesis and oxi-
dative phosphorylation in cancer cells to promote metastasis.
Nat. Cell Biol. 16: 992-1003.

58. Nassir, F. and J. A. Ibdah (2014) Role of mitochondria in nonal-
coholic fatty liver disease. Int. J. Mol. Sci. 15: 8713-8742.

59. Puigserver, P. (2005) Tissue-specific regulation of metabolic
pathways through the transcriptional coactivator PGC1-α. Int. J.
Obes. 29: 5-9.

60. Irrcher, I., H. Aleyasin, E. L. Seifert, S. J. Hewitt, S. Chhabra, M.
Phillips, A. K. Lutz, M. W. Rousseaux, L. Bevilacqua, A. Jahani-
Asl, S. Callaghan, J. G. MacLaurin, K. F. Winklhofer, P. Rizzu, P.
Rippstein, R. H. Kim, C. X. Chen, E. A. Fon, R. S. Slack, M. E.
Harper, H. M. McBride, T. W. Mak, and D. S. Park (2010) Loss
of the Parkinson's disease-linked gene DJ-1 perturbs mitochon-
drial dynamics. Hum. Mol. Genet. 19: 3734-3746.

61. Thomas, K. J., M. K. McCoy, J. Blackinton, A. Beilina, M. van
der Brug, A. Sandebring, D. Miller, D. Maric, A. Cedazo-
Minguez, and M. R. Cookson (2011) DJ-1 acts in parallel to the
PINK1/parkin pathway to control mitochondrial function and
autophagy. Hum. Mol. Genet. 20: 40-50.

62. Nakamura, S., T. Takamura, N. Matsuzawa-Nagata, H.
Takayama, H. Misu, H. Noda, S. Nabemoto, S. Kurita, T. Ota, H.
Ando, K. Miyamoto, and S. Kaneko (2009) Palmitate induces
insulin resistance in H4IIEC3 hepatocytes through reactive oxy-
gen species produced by mitochondria. J. Biol. Chem. 284:
14809-14818.

63. Serviddio, G., A. M. Giudetti, F. Bellanti, P. Priore, T. Rollo, R.
Tamborra, L. Siculella, G. Vendemiale, E. Altomare, and G. V.
Gnoni (2011) Oxidation of hepatic carnitine palmitoyl trans-
ferase-I (CPT-I) impairs fatty acid beta-oxidation in rats fed a
methionine-choline deficient diet. PLoS One. 6: e24084.

64. Handa, P., B. D. Maliken, J. E. Nelson, V. Morgan-Stevenson, D.
J. Messner, B. K. Dhillon, H. M. Klintworth, M. Beauchamp, M.
M. Yeh, C. T. Elfers, C. L. Roth, and K. V. Kowdley (2014)
Reduced adiponectin signaling due to weight gain results in non-
alcoholic steatohepatitis through impaired mitochondrial biogen-
esis. Hepatol. 60: 133-145.



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.33333
  /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
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.33333
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 150
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.33333
  /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 ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /FRA <>
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [300 300]
  /PageSize [612.000 792.000]
>> setpagedevice


