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Abstract

The overproduction of mitochondrial reactive oxygen species (ROS) plays a key role in the
pathogenesis of diabetic nephropathy (DN). However, the underlying molecular mechanism
remains unclear. Our aim was to investigate the role of PGC-1a in the pathogenesis of DN.
Rat glomerular mesangial cells (RMCs) were incubated in normal or high glucose medium
with or without the PGC-1a-overexpressing plasmid (ocDNA3-PGC-1a) for 48 h. In the dia-
betic rats, decreased PGC-1a expression was associated with increased mitochondrial
ROS generation in the renal cortex, increased proteinuria, glomerular hypertrophy, and
higher glomerular 8-OHdG (a biomarker for oxidative stress). In vitro, hyperglycemia in-
duced the downregulation of PGC-1a, which led to increased DRP1 expression, increased
mitochondrial fragmentation and damaged network structure. This was associated with an
increase in ROS generation and mesangial cell hypertrophy. These pathological changes
were reversed in vitro by the transfection of pcDNA3-PGC-1a. These data suggest that
PGC-1a may protect DN via the inhibition of DRP1-mediated mitochondrial dynamic remod-
eling and ROS production. These findings may assist the development of novel therapeutic
strategies for patients with DN.

Introduction

Diabetic nephropathy (DN) is one of the major complications of diabetes and leads to end-
stage renal disease. The common pathological features of DN are mesangial cell proliferation,
glomerular hypertrophy, and thickening of the glomerular basement membrane [1] [2], which
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ultimately result in fibrosis and chronic renal failure. However, it is known that early metabolic
changes, such as deficient oxygen handling, diminished microcirculation, and mitochondrial
dysfunction, precede these structural changes [3-5]. Specifically, mitochondrial dysfunction
and the overproduction of mitochondrial reactive oxygen species (ROS) play an important role
in the pathogenesis of DN [6,7]. Using cultured aortic endothelial cells, it was found that hy-
perglycemia leads to the overproduction of mitochondrial ROS, which has been proposed to
serve as the common link for several key pathogenic pathways involved in the microvascular
complications of diabetes, including DN [8]. However, the specific signaling molecules that
couple hyperglycemia with mitochondrial ROS production and the nature of mitochondrial
dysfunction in the diabetic milieu remain unidentified.

It is well known that metabolic homeostasis is to a large extent controlled by transcriptional
regulatory mechanisms, which involve the coordinated action of transcription factors, cofac-
tors and the transcription initiation machinery that regulates the expression of genes involved
in mitochondrial biogenesis and function [9]. In patients with diabetes, this metabolic adapta-
tion occurs at a cellular level, and the fine-tuning of mitochondrial function is mainly under
the control of peroxisome proliferator-activated receptor-y coactivator-1lo. (PGC-1a) [1,10,11].
PGC-1a, which is sensitive to energy metabolism, is a major regulator of oxidative metabolism
and mitochondrial biogenesis. As a positive regulator of oxidative metabolism, PGC-1a. co-reg-
ulates a set of proteins that participate in the cellular response to mitochondrial oxidative
stresses, such as hyperglycemia [12]. Our previous study demonstrated that PGC-1o regulates
the expression of vascular endothelial growth factor (VEGF) induced by hyperglycemia
through the inhibition of mitochondrial ROS in cultured bovine retinal capillary endothelial
cells [13]; however, little is known about its role in rat glomerular mesangial cells (RMCs) and
kidney tissue.

Thus, the aim of this study was to investigate whether PGC-10:. is involved in the pathogene-
sis of DN. Our results suggest that the overproduction of mitochondrial ROS was associated
with decrease expression levels of PGC-1a in the kidneys of diabetic rats. The overexpression
of PGC-1a. improves the function of glomerular mesangial cells under hyperglycemic condi-
tions. This finding was associated with the inhibition of ROS production via the regulation of
DRP1-mediated mitochondrial dynamic remodeling.

Methods

The study was approved by the animal care committee of Shanghai Jiao Tong University Affili-
ated Sixth People’s Hospital and complied with the Institutional Animal Care and Use Com-
mittee (IACUC).All chemicals were of reagent-grade quality and were purchased from Sigma
Chemicals (St. Louis, MO), unless stated otherwise.

Animal studies

Male Sprague-Dawley (SD, 8 weeks old) rats were obtained from Shanghai SiLaike (SLAC)
Laboratory Animal Company (Shanghai, China). The animals were housed individually in
stainless-steel wire-bottomed cages in an air-conditioned room under the following conditions:
temperature, 22°C + 2°C; relative humidity, 50% + 10%; and a 12:12 h light: dark cycle. The an-
imals had free access to commercial pelleted rat food and water. Ten rats were fed with chow as
control group. Another twenty rats were fed with high fat diet. After one month, those ten SD
rats fed with high fat diet were administered an intraperitoneal injection of streptozotocin
(STZ, 30 mg/kg body weight; Sigma, St. Louis, MO) in 0.05 mol/I citrate buffer (pH 4.4) to in-
duce diabetes mellitus (DM). Blood glucose levels were determined using a glucose analyzer 2
days after the injection, and rats with glucose levels greater than 16.7 mmol/l were considered
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to have diabetes. After 12 weeks, 24-h urine was collected from each rat in individual metabolic
cage and centrifuged at 2,000g for 5 min and the rats were sacrificed. Blood samples were col-
lected and serum was prepared, and tissues were immediately excised. Samples were collected
at the same time from a group of control rats, which did not receive the STZ injection and were
therefore non-diabetic. 24h microalbuminuria was measured by Dade Behring Nephelometer
IT System (antiserum to albumin, Siemens Healthcare Diagnostics). Urine albumin excretion
(UAE) was expressed as milligrams albumin in 24-h urine. The levels of glucose, cholesterol,
triglycerides, and other indicators were determined in the blood samples, and the tissues were
subject to histological examination.

Histological examination of renal tissue

A slice of kidney tissue was fixed in 10% formalin for 1 week at 4°C. Then, the specimens were
dehydrated in a graded series of ethanol, cleared in xylene, and embedded in paraffin wax. Tis-
sue blocks were cut into 5-pm thick sections using a rotary microtome, and the sections were
stained using hematoxylin-eosin. For immunohistochemical analysis, the sections were depar-
affinized, endogenous peroxidase activity was quenched in 3% H2O2 for 10min, the sections
were washed in PBS, incubated with LCA-Biotin (Vector Labs) or anti-FN- antibody (EPI-
TOMICS) for 1 h, and then incubated with the appropriate biotinylated secondary antibodies,
followed by treatment with avidin—biotin coupling (ABC) reagent (Vector Laboratories) as
recommended by the manufacturer. Color development was achieved with the substrate diami-
nobenzidine. Slides were then counterstained with Mayer’s hematoxylin and mounted in glyc-
erol jelly. The stained sections were viewed under a light microscope by a pathologist without
prior knowledge of the groups. Quantification of positive areas of immunostaining for FN anti-
body (brown color) in the glomerular was evaluated by computer-based morphometric analy-
sis using the NIH-developed Image J software (Wayne Rasband, NIH).

Immunofluorescence staining for 8-OHdG

8-Hydroxy-2'-deoxyguanosine (8-OhdG) is a mutation-prone (G:C to T:A tranversion) DNA
base-modified product generated by reactive oxygen species or photodynamic action. It is one
of the most commonly used markers for the evaluation of oxidative DNA damage. Immunoflu-
orescence staining for 8-oxo-2'-deoxyguanosine (8-oxo-dG) was carried out using anti-8-oxo-
dG antibody (Trevigen, Gaithersburg, MD, USA) and visualized with AlexaFluor 488-nm anti-
body (Invitrogen). The samples were analyzed by using an inverted fluorescence microscope
equipped with a CCD camera (ZEISS Axiovert 40 CFL), image processing was performed
using the ZEISS AxioVision software (Carl Zeiss AG) and the intensity of green fluorescence
was measured by using the NIH-developed Image] software (Wayne Rasband, NIH).

Measurement of ROS

Renal cortex mitochondria ROS production was detected as described by Benani et al. [14].
Renal issues were harvested in cold buffered medium (5 mmol/l HEPES in PBS) and immedi-
ately frozen in liquid nitrogen to improve the following probe diffusion. After rapid thawing,
medium was discarded. Samples were exposed to 8 pmol/l Mitochondrial ROS dissolved in
400 pl fresh medium and were incubated at 37°C for 30 min under agitation. Medium was then
removed, and samples were further incubated in a lysis buffer (0.1% SDS, Tris-HCl, pH 7.4) for
15 min at 4°C. After homogenization, samples were centrifuged at 6,000g for 20 min at 4°C. Su-
pernatants were collected and subjected to fluorescence analysis as stated previously.
Mitochondrial ROS generation was assessed using MitoSOX Red (Invitrogen/Molecular
Probes), which is a fluorogenic dye that is taken up by mitochondria, where it is readily
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oxidized by superoxide, but not by other ROS. Cells were loaded with 1uM MitoSOX Red in
phenol-free MEM for 10 min at 37°C, then, washed with warm buffer. MitoSOX Red fluores-
cent intensity was determined at 515-nm excitation and 580-nm emission. The brightness in-
tensity of MitoSOX signal was semiquantified by using NIH Image J software. The data shown
represent three separate experiments, and are expressed as relative fluorescence intensity.

Cell culture and transfection experiments

RMC:s were routinely cultured in minimum essential medium (MEM) (Invitrogen) containing
5.6 mM glucose that was supplemented with 10% fetal bovine serum and 1% penicillin/strepto-
mycin (Invitrogen). The cells were grown at 37°C in a 5% CO, atmosphere. At approximately
70% confluence, the cells were subcultured in fresh MEM. The cells were then made quiescent
by incubation in serum-free medium for 24 h. For determination of the effects of high glucose
levels on PGC-1a. expression and the sustained effect of high glucose on mitochondrial mor-
phology, RMCs were grown in 5.6 mM normal glucose (NG) or 30 mM high p-glucose (HG)
medium for 48 h. RMCs grown in 5.6 mM NG medium that contained 24.4 mM mannitol
(Man) were used as the osmotic control. The expression plasmid pcDNA3-PGC-1a encoding
PGC-10 was constructed by our laboratory and plasmid expressing shRNA for PGC-1a, DRP1
and its control shRNA was purchased from Thermo Scientific. Cells were transiently trans-
fected with plasmid for 24 h before the experiments, using Lipofectamine 2000 Reagent (Invi-
trogen) according to the manufacturer’s recommendations. The incubation concentration of
DRP1 recombinant protein (OriGene Technologies Inc) was 10ng/ml.

Mitochondrial Morphology labeling and analysis

For morphometric analyses of mitochondria, digital images were acquired for mitochondria la-
beled by immunofluorescence using the MitoTracker stain (MitoTracker Red CMX Ros; Invi-
trogen), which passively diffuses across the plasma membrane and accumulates in active
mitochondria. After plasmid treatment, RMCs were incubated in growth medium containing
MitoTracker stock solution (1 mM) diluted to a final working concentration (100 nM). When
cells reached the desired confluence, the medium was removed from the dish, and pre-warmed
(37°C) staining solution containing the MitoTracker probe was added; the medium was then
incubated for 25 min under growth conditions. After staining, the staining solution was re-
placed with fresh pre-warmed media and the cells were observed under a Zeiss fluorescence
microscope (Zeiss, Jena, Germany). Quantitative analysis of mitochondrial morphology was
conducted using computer-assisted morphometric analysis for the calculation of form factor
(FF) and aspect ratio (AR) values [15,16]. Digital images were processed through a convolve fil-
ter using the NIH-developed Image J software to obtain isolated and equalized fluorescence
pixels. Mitochondria were subjected to particle analysis for acquiring FF values (4 area/perim-
eter’) and AR values, which are derived from the lengths of major and minor axes. An AR
value of 1 indicates a perfect circle, and as mitochondria elongate and become more elliptical,
AR increases. An FF value of 1 corresponds to a circular, unbranched mitochondrion, and
higher FF values indicate a longer, more branched mitochondrion. Detailed analysis step was
presented in the S1 Fig.

Total amount of protein/cell number ratio

Because the total amount of protein/cell number ratio is a well-established measure of cellular
hypertrophy, this parameter was used to determine whether the alteration of cell growth was
accompanied by cell hypertrophy [17]. After plasmid transfection, RMCs were cultured for
48 h in low- or high-glucose medium, and at the end of the treatment period, the cells were
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trypsinized and washed twice with ice-cold PBS and counted in a hemocytometer chamber.
The cells were then lysed to measure the total protein content by the Bradford method. The
total amount of protein/cell number ratio was expressed as pg/10° cells and used as the
hypertrophy index.

Protein isolation

Collected cell pellets were resuspended and briefly sonicated in a cell lysis buffer (Biyuntian
Biotechnology Co., Shanghai, CN) containing 1% protease inhibitor cocktail (Biyuntian Bio-
technology Co., Shanghai, CN). Cell lysate was spun at 10 000 rpm for 10 min at 4°C, and the
resulting supernatant was stored at -80°C. Protein concentration was determined using the
BCA protein assay (Biyuntian Biotechnology Co., Shanghai, CN).

Western blot analysis

Proteins were subjected to 8-12% SDS-PAGE and then transferred to polyvinylidene difluoride
membranes (Merk Millipore, Billerica, MA, USA). Membranes were initially blocked (TBS,
0.1% Tween 20 and 5% nonfat dry milk) for 1 h. The membranes were then probed in blocking
buffer containing either anti-PGC-1a or anti-DRP1 antibody overnight at 4°C, and then incu-
bated with the appropriate horseradish peroxidase-conjugated secondary antibody. Immunor-
eactions were visualized with Amersham ECL Plus Western Blotting Detection Reagents (GE
Healthcare). The resulting bands were quantified by densitometry.

Data analysis

The data are expressed as mean + SD. Comparison among more than two groups was per-
formed by one-way analysis of variance followed by post-hoc analysis with the unpaired t-test
to evaluate the significance of the differences between the two groups. Statistical significance
was assumed when P < 0.05.

Results
PGC-1a expression is decreased in the kidneys of diabetic rats

The expression of PGC-1o. in the renal cortex was significantly decreased in the diabetic rats at
the level of both mRNA and protein; moreover, the level of proteinuria was also significantly
higher in the diabetic rats compared with the control rats (Fig 1A and 1B and Table 1;

P < 0.01). There was significant negative correlation between the expression of PGC-1o. and
the level of proteinuria (Fig 1C). In addition, pathological changes affecting the kidney were
observed in diabetic rats, such as increased kidney/body weight ratio, increased glomerular vol-
ume, and increased glomerular fibronectin (FN) levels, which indicated a significant increase
in the amount of extracellular matrix (Table 1 and Fig 1D and 1E; P < 0.01). Additionally, the
levels of blood glucose, triglyceride, and cholesterol were significantly increased in the diabetic
group compared with the control group (Table 1; P < 0.01).

Decreased PGC-1a expression is associated with a hyperglycemia-
induced increase in mitochondrial fragmentation and ROS generation

The in vivo production of mitochondrial ROS was significantly increased in the cortex of dia-
betic rats (Fig 2A; P < 0.01), and the level of 8-OHdG, one of the predominant forms of free
radical-induced oxidative lesions [18], was also significantly higher in the glomeruli of diabetic
rats compared to control rats (Fig 2B; P < 0.01). Moreover, in vitro exposure of RMCs to high
levels of glucose led to increased ROS production (Fig 2C) and decreased PGC-10o. expression
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Fig 1. PGC-1a expression was decreased in the kidney of diabetic rats and correlated with renal lesions. A: Real-time RT-PCR assay for PGC-1a
mRNA relative to the control values. B: Western blotting analysis of PGC-1a expression in the control rats (control) and diabetic rats (DM). Equal protein
loading was confirmed by staining with the tubulin antibody. C: Result of the correlation analysis between PGC-1a protein expression and 24-h
microalbuminuria level. D: Glomerular H&E staining in the control and diabetes groups. Glomerular hypertrophy was obvious in the diabetes group. Original
magnification: x400. E: Immunohistochemical detection of fibronectin (FN) in glomeruli from control and diabetic rats. Data are expressed as the mean + SD
values from 5-10 rats per group, and the experiments were repeated independently at least 3 times with similar results (**P < 0.01 vs. the control;

***P < 0.001 vs. the control). Scale bar: 25 pm.

doi:10.1371/journal.pone.0125176.g001

(Fig 2G and 2H). To exclude the influence of osmolarity on ROS generation and PGC-1a. ex-
pression, mannitol was used to treat the cells, but had no effect (Fig 2C). Further mitochondrial
morphology analyses indicated that mesangial cells had an extensive network of mitochondria,
in which the shape of individual mitochondria was long, tubular, and highly branched under
normal glucose conditions (Fig 2D and 2E). In contrast, when cells were grown under high
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Table 1. Physiological and biochemical data for the experimental groups (mean * SD).

Control Diabetes
Number of cases 10 5
Body weight (g) 433.2 £ 29 393.3+31*
Kidney weight (g) 3.16 £ 0.24 4.95 + 0.63***
Kidney weight/Body weight (g/kg) 3.76 £ 0.12 6.29 £ 0.21***
Blood glucose (mmol/L) 6.8+0.43 22.3 + 0.95%**
Total cholesterol (mmol/L) 1.27 £0.17 3.88 £ 1.16***
Triglycerides (mmol/L) 0.52+0.19 0.94 + 0.44*
Plasma creatinine (umol/L) 18.7+29 170+£1.0
24-h MA (mg) 0.07 £ 0.015 0.39 £ 0.16%**

Data represent mean + SD, MA: microalbuminuria;

*P < 0.05,
**P < 0.01,
***P < 0.001 vs. the control group.

doi:10.1371/journal.pone.0125176.t001

glucose conditions, the mitochondrial network of mesangial cells appeared significantly dis-
rupted, while in the osmotic control medium, there was no significant disruption (Fig 2D and
2E). Accordingly, the average form factor (FF) and aspect ratio (AR) values, which indicate the
length and branching of the mitochondria, were lower in RMCs grown in HG medium com-
pared to those grown in NG medium (2.64 vs. 3.82 [P < 0.01] and 1.75 vs. 2.51 [P < 0.01], re-
spectively; Fig 2F). Pearson correlation analysis indicated that the increase in ROS generation
was significantly correlated with the mitochondrial morphology parameters, FF and levels of
PGC-1a protein (Fig 21).

PGC-1a inhibited hyperglycemia-induced elevation of ROS production
as well as mitochondrial fragmentation

To clarify the role of PGC-1a: in the regulation of mitochondrial ROS, we first transfected
RMCs with PGC-10. shRNA plasmid, or pcDNA3-PGC-1o. plasmid to silence or overexpress
the expression of PGC-1o. (Fig 3A and 3B). As shown in Fig 3C, cells that were transfected with
PGC-1a. shRNA plasmid (incubated in NG medium) had significantly increased levels of ROS
that were comparable to those cells under high glucose conditions (P < 0.01). Similarly, the
level of mitochondrial fragmentation in RMCs transfected with PGC-1a: shRNA incubated in
normal glucose is comparable to that under high glucose conditions (Fig 3D and 3E). In addi-
tion, the average FF and AR values showed similar changes (Fig 3F). There were no changes in
the RMCs transfected with the shRNA-con plasmid (incubated in NG medium) and in the
RMCs transfected with pcDNA3 plasmid (incubated with HG medium). On the contrary, the
overexpression of PGC-1a significantly decreased levels of hyperglycemia-induced mitochon-
drial fragmentation and subsequent ROS production (Fig 3C-3E).

Inhibitory action of PGC-1a on mitochondrial fragmentation is via
downregulation of DRP1

DRP1 expression has been reported to be associated with mitochondrial fragmentation. To in-
vestigate whether DRP1 plays a role in PGC-1a-induced mitochondrial fragmentation, we

measured the protein expression of DRP1 and PGC-1c in RMCs grown in NG and HG medi-
um, and RMCs transfected with PGC-10.-shRNA and its control plasmid (shRNA-con) grown
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Fig 2. Decreased PGC-1a expression is associated with a hyperglycemia-induced increase in
mitochondrial fragmentation and ROS generation. A: Kidney mitochondrial ROS production in the control
and diabetic rats (DM). ROS production was identified by the fluorescent probe Mitochondrial ROS. B:
Immunofluorescent micrographs of 8-hydroxy-2-deoxyguanosine (8-OHdG) in the control and diabetic rats
(DM). (Original magnification: x400). Scale bar: 25 um. C: Intracellular ROS production was determined by
the mitochondrial fluorescent probe in RMCs exposed to normal glucose (NG), mannitol (Man), and high
glucose (HG). Scale bar: 100 um. D, E and F: Mitochondrial morphology was determined using the
MitoTracker probe in RMCs exposed to NG, HG, and Man. D: Mitochondrial morphology at x200. Quantitative
analysis of mitochondrial morphology was conducted using a computer-assisted morphometric analysis
application for the calculation of form factor (FF) and aspect ratio (AR) values. Scale bar: 10 um. G: Real-time
RT-PCR assay for PGC-1a mRNA relative to the NG values. H: Western blotting analysis of PGC-1a
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expression in NG, HG, and Man. I: A correlation analysis between ROS generation and the mitochondrial
morphology parameter, FF. J: A correlation analysis between ROS generation and PGC-1a expression. Data
are expressed as the mean + SD values for 5-10 rats per group or three cells per group, and the experiments
were repeated independently at least three times with similar results (**P < 0.01 vs. control or vs. NG).

doi:10.1371/journal.pone.0125176.9002

in NG medium or pcDNA-PGC-10 and its control plasmid(pcDNA3) grown in HG medium
(Fig 4A). The protein expression of DRP1 was significantly higher in HG than in NG condi-
tions, while there was no difference between the siRNA-con group grown in NG medium and
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Fig 3. PGC-1a inhibited hyperglycemia-induced elevation of ROS production as well as mitochondrial fragmentation. A: Mesangial cells were
transfected with PGC-1a short hairpin RNA (shRNA) for 48 h, and PGC-1a protein expression was detected by western blotting. PGC-1a expression was
inhibited (~66% reduction) by PGC-1a shRNA. B: PGC-1a expression in transfected mesangial cells. Mesangial cells were transfected with the
pcDNA3-PGC-1a (PGC-1a expression) plasmid or empty vector (p.cDNA3), with untreated cells used as the control. Expression levels of PGC-1a in the
indicated transfectants were analyzed by Western blotting. (C-F) ROS production, mitochondrial morphology changes, and computer-assisted morphometric
analyses of mitochondrial morphology in RMCs exposed to normal glucose (NG) and high glucose (HG) conditions, RMCs transfected with PGC-1a shRNA
plasmid (NG + PGC-1a shRNA) and shRNA control plasmid (NG+shRNA-con) and exposed to NG conditions, RMCs transfected with pcDNA-PGC-1a
plasmid (HG + pcDNA3-PGC-1a) and empty plasmid pcDNA3 (HG + pcDNA3) and exposed to HG conditions, RMCs transfected with PGC-1a shRNA
plasmid and DRP1-shRNA plasmid (NG + PGC-1a shRNA+DRP1-shRNA). ***P < 0.001, ** P < 0.01 versus NG, ## P <0.01, # P < 0.05 versus HG. Scale
bar: 10 pm.

doi:10.1371/journal.pone.0125176.9003
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Fig 4. Inhibitory action of PGC-1a on mitochondrial fragmentation occurs via the downregulation of DRP1. A: Western blotting analysis of DRP-1 and
PGC-1a expression in the NG, NG+shRNA-con, NG+PGC-1a shRNA, HG, HG+pcDNAS3, and HG+pcDNAS3-PGC-1a groups. Equal protein loading was
confirmed with tubulin antibody staining. Data are presented as the mean + SD values for three cells per group, and experiments were repeated
independently at least three times (*P < 0.05 vs. NG, # P < 0.05 vs. HG). B: Mesangial cells were transfected with DRP1 short hairpin RNA (shRNA) for 48 h,
and DRP1 protein expression was detected by western blotting. DRP1 expression was inhibited (~50% reduction) by DRP1 shRNA. C-F: ROS production,
mitochondrial morphology changes, and computer-assisted morphometric analyses of mitochondrial morphology in RMCs exposed to normal glucose (NG),
NG incubated with DRP1 protein and high glucose (HG) conditions, RMCs transfected with DRP1 shRNA to silence the expression of DRP1 under HG
conditions (HG+DRP1-shRNA), and RMCs transfected with pcDNA-PGC-1a to overexpress PGC-1a and exogenous DPR1 protein under HG conditions
(HG+pcDNA3-PGC-10+DRP1). ***P < 0.001,** P < 0.01 versus NG, ## P <0.01, # P < 0.05 versus HG.

doi:10.1371/journal.pone.0125176.g004
the NG group, similar results were observed between RMCs transfected with PGC-10.-shRNA

in NG medium and RMCs in HG medium. In addition, our results indicated that the upregula-
tion of DRP1 induced by hyperglycemia could be inhibited by overexpression of PGC-10.
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The role of DRP1-mediated mitochondrial fragmentation in ROS generation was assessed.
The exposure of RMCs to DRP1 protein in NG led to increased levels of mitochondrial frag-
mentation (Fig 4D-4F) and subsequent increased ROS production (Fig 4C); furthermore, after
endogenous DRP1 was silenced, mitochondrial fragmentation was significantly reduced under
high glucose conditions. Also, the effect of PGC-1a. overexpression on mitochondrial fragmen-
tation was abolished by the incubation of cells with DRP1 protein (Fig 4B-4F). Furthermore,
PGC 1 alpha knockdown-induced mitochondrial ROS production can be prevented by Drpl
knockdown (Fig 3C-3E). These findings indicate that PGC-1a. regulates mitochondrial mor-
phology via DRP1.

PGC-1a suppresses mesangial cell hypertrophy induced by
hyperglycemia

The earliest morphological change in DN is mesangial cell hypertrophy, which results from an
increase in protein synthesis in the absence of an increase in DNA synthesis. As shown in Fig
5, the ratio of the amount of total protein to cell number and cell morphology in RMCs with
and without pcDNA3 plasmid transfection under HG conditions or in RMCs transfected with
PGC-10. shRNA under NG conditions were significantly greater than NG group (P < 0.05);
there were no significant differences between the NG group and the shRNA-con group (Fig 5).
Moreover, we found that RMC hypertrophy promoted by hyperglycemia was ameliorated in
RMC:s that expressed exogenous PGC-1a. (Fig 5).
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Fig 5. PGC-1a suppresses mesangial cell hypertrophy induced by hyperglycemia. The ratio of total
amount of protein to cell number (A) and cell morphology (B) in RMCs incubated in normal glucose (NG) and
high glucose (HG) conditions, RMCs transfected with PGC-1a shRNA or shRNA-con under NG conditions
(NG+PGC-1a shRNA, NG+shRNA-con), and RMCs transfected with pcDNA3-PGC-1a or pcDNA3 under to
HG conditions (HG+pcDNA3-PGC-1a, HG+pcDNAB). Data are represented as the mean + SD values from
three cells per group, and the experiments were repeated independently at least three times (*P < 0.05 vs.
NG, ## P <0.01 vs. HG). Scale bar: 10 ym.

doi:10.1371/journal.pone.0125176.9005
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Discussion

In this study, we found that expression of PGC-1o in the kidney cortex was significantly de-
creased in the diabetic rats. This was accompanied by an increase in proteinuria and glomeru-
lar hypertrophy that was associated with higher levels of glomerular 8-OHdG, a biomarker of
oxidative stress. Moreover, in the in vitro experiments, high levels of glucose induced the
downregulation of PGC-10, which led to increased DRP1 expression, increased mitochondrial
fragmentation, and a damaged network structure. This mitochondrial dysfunction caused an
increase in ROS generation and mesangial cell hypertrophy. Importantly, we also found that in
vitro overexpression of PGC-1a. could reverse these pathological changes.

PGC-1o expression is highly related to glucose metabolism. It has been reported that chron-
ic hyperglycemia may reduce the expression of PGC-1a. in skeletal muscle [19], isolated rat is-
lets [20], and vascular smooth muscle cells [21]. Here, we show that PGC-1a. expression is
inhibited in the kidneys of STZ-diabetic rats (Fig 2). Further experiments revealed that high
levels of glucose inhibit PGC-1a. expression in cultured rat mesangial cells (RMCs) (Fig 2).
These results indicate that high levels of glucose decrease PGC-1a expression both in vivo and
in vitro, which was in accordance with the results of previous studies that showed the PGC-1a
level in the kidney was significantly lower in db/db mice compared with db/m mice [18]. Fur-
thermore, in cultured mesangial cells, high glucose (30 mmol/l D-glucose) significantly re-
duced the expression of PGC-1 o compared with cells incubated with 5 mmol/l glucose (low
glucose) [22]. The mechanism underlying decreased PGC-1a: expression levels induced by hy-
perglycemia is unclear. Epigenetic studies have suggested that the expression of PGClo. may be
controlled at the level of DNA methylation of the PGC-1o. promoter at both cytosine-guanine
dinucleotide (CpG) sites and non-CpG sites. [23-25]. The increase in the level of DNA methyl-
ation at the PGC-1a promoter appears to be a mechanism shared by multiple tissue types in
patients with T2DM, which reduce PGC-1o expression and mitochondrial content. However,
in hepatocytes or endothelial cells, hyperglycemia induces the upregulation of PGC-1a. [26,27].
The discrepant regulation of PGC-1a: between different cell types might result from a tissue
type-specific mechanism of gene regulation.Mitochondria are dynamic organelles that fre-
quently change their shape, number, and intracellular distribution in response to fluctuations
in metabolic demands [10]. Mitochondrial dynamics have emerged as an important process
that contributes to mitochondrial dysfunction in a variety of metabolic conditions, including
those associated with the diabetic milieu [28]. Our results indicated that increases in protein-
uria and glomerular hypertrophy in diabetic rats are associated with increased levels of ROS
production and higher levels of the oxidative stress biomarker 8-OHdG in the glomerulus; our
in vitro results also suggest that mitochondrial fission is a key mediator of increased ROS pro-
duction under high-glucose conditions. These findings are consistent with those reported in
other studies [28-31]. Several studies have indicated previously that mitochondrial fission
might be a key mediator of mitochondrial ROS generation [28-31]. In mitochondria, the ma-
jority of ROS is produced in the electron transport chain (ETC) when electrons escape from
the ETC. The ETC is contained within the elaborately folded inner membrane. Thus, it is possi-
ble that a large-scale change of mitochondrial membrane caused by the fragmentation of mem-
brane tubules in hyperglycemic conditions may change the structural organization and
arrangement of ETC components within the membrane. This organizational derangement of
the ETC may lead to the perturbation of ETC activity, causing the overproduction of ROS [32].

It is important to clarify the mechanism that underlies excessive mitochondrial fission in
mesangial cells under hyperglycemic conditions. It is well known that changes in PGC-1a ac-
tivity induce a transcriptional response, which boosts mitochondrial activity in times of energy
need and attenuates it when energy demands are low [33], [34] [35]; this molecule could
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therefore play a role in mitochondrial fission. In our study, we found that PGC-1c. inhibited
changes in mitochondrial morphology and reduced ROS production that was induced by hy-
perglycemia in mesangial cells.

In addition, we found that the effects of PGC-1c on mitochondrial morphology changes
and ROS production were brought about via the downregulation of the mitochondrial fission
protein, DRP1, which is one of the important protein regulators of mitochondrial fragmenta-
tion. DRP1, a GTPase of the fission/fusion protein family, plays a role in maintaining the bal-
ance between mitochondrial fission, fusion and remodeling in response to stress and metabolic
changes [36-38]. DRP1 catalyzes the process of mitochondrial fission, which is a critical mech-
anism for both the effects and production of ROS, and plays a central role in diabetes and dia-
betic complications [39]. Silencing DRP1 expression with siRNA has been reported to blunt
hyperglycemia-induced changes in mitochondrial networks and ROS production [28,40]. We
observed that inhibiting DRP1 expression had a similar effect; that is, it was sufficient to
completely inhibit the glucose-induced ROS production and network fragmentation in mesan-
gial cells. Thus, our findings appear to indicate that mitochondrial fission mediated by DRP1 is
a major cause of mesangial cell dysfunction in the setting of hyperglycemia, which is probably
a result of increased mitochondrial ROS. However, the mechanism that underlies the effects of
PGClo on the expression of DRP1 needs to be clarified.

Recent studies have indicated that mitochondrial ROS can regulate the expression of proin-
flammatory cytokines to induce mesangial cell proliferation, glomerular hypertrophy, and the
thickening of the glomerular basement membrane under hyperglycemic conditions [41-43].
Our results suggested that PGC-1o. overexpression may result in the suppression of inflamma-
tion mediated by ROS through the DRP1/mitochondrial dynamic system in DN.

In summary, we have demonstrated that PGC-1a decreased DRP1 expression, which im-
proves mitochondrial fragmentation and network structure, and subsequently leads to a de-
crease in mitochondrial ROS generation. This resulted in improvements in the pathological
changes found in DN. Our studies suggest that pharmacological modulation of PGC-1a. pro-
tein activity might be a promising therapeutic strategy for the treatment of patients with DN.

Supporting Information

S1 Fig. Mitochondrial Morphology analysis method. Computer-assisted quantitative analy-
ses of mitochondrial morphology. Digital images were subjected to a convolve filter through
the National Institutes of Health-developed IMAGE] software to isolate and equalize fluores-
cent pixels in the image. After thresholding, individual particles (mitochondria) were analyzed
for circularity (4mxArea/ (perimeter?)) and lengths of major and minor axes. From these values,
we calculated form factor (FF; the reciprocal of circularity value) and aspect ratio (AR; major/
minor). Both FF and AR have a minimal value of 1 when a particle is a small perfect circle and
the values increase as the shape becomes elongated. Specifically, AR is a measure of mitochon-
drial length, and increase of FF represents increase of mitochondrial length and branching.
(TIF)

Author Contributions

Conceived and designed the experiments: JCH HC WJ. Performed the experiments: KG JL YH
MW. Analyzed the data: KG HC. Contributed reagents/materials/analysis tools: LZ HY MZ
YB. Wrote the paper: KG HC.

PLOS ONE | DOI:10.1371/journal.pone.0125176  April 8, 2015 13/16


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0125176.s001

@’PLOS | ONE

PGC-1 a Improves DN by PGC-1a/ Mitochondrial Dynamic /ROS

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

Yano N, Suzuki D, Endoh M, Cao TN, Dahdah JR, Tseng A, et al. (2009) High ambient glucose induces
angiotensin-independent AT-1 receptor activation, leading to increases in proliferation and extracellular
matrix accumulation in MES-13 mesangial cells. Biochem J 423: 129—-143. doi: 10.1042/BJ20082277
PMID: 19604148

Ayo SH, Radnik RA, Garoni JA, Glass WF 2nd, Kreisberg JI (1990) High glucose causes an increase in
extracellular matrix proteins in cultured mesangial cells. Am J Pathol 136: 1339—-1348. PMID: 2356864

Palm F, Cederberg J, Hansell P, Liss P, Carlsson PO (2003) Reactive oxygen species cause diabetes-
induced decrease in renal oxygen tension. Diabetologia 46: 1153—1160. PMID: 12879251

Nordquist L, Palm F (2007) Diabetes-induced alterations in renal medullary microcirculation and metab-
olism. Curr Diabetes Rev 3: 53-65. PMID: 18220656

Friederich M, Fasching A, Hansell P, Nordquist L, Palm F (2008) Diabetes-induced up-regulation of un-
coupling protein-2 results in increased mitochondrial uncoupling in kidney proximal tubular cells. Bio-
chim Biophys Acta 1777: 935-940. doi: 10.1016/j.bbabio.2008.03.030 PMID: 18439413

Forbes JM, Coughlan MT, Cooper ME (2008) Oxidative stress as a major culprit in kidney disease in di-
abetes. Diabetes 57: 1446—1454. doi: 10.2337/db08-0057 PMID: 18511445

Hwang |, Lee J, Huh JY, Park J, Lee HB, Ho YS, et al. (2012) Catalase deficiency accelerates diabetic
renal injury through peroxisomal dysfunction. Diabetes 61: 728-738. doi: 10.2337/db11-0584 PMID:
22315314

Brownlee M (2005) The pathobiology of diabetic complications: a unifying mechanism. Diabetes 54:
1615-1625. PMID: 15919781

Kelly DP, Scarpulla RC (2004) Transcriptional regulatory circuits controlling mitochondrial biogenesis
and function. Genes Dev 18: 357-368. PMID: 15004004

Ferree A, Shirihai O (2012) Mitochondrial dynamics: the intersection of form and function. Adv Exp Med
Biol 748:13—40. doi: 10.1007/978-1-4614-3573-0_2 PMID: 22729853

Wu Z, Puigserver P, Andersson U, Zhang C, Adelmant G, Mootha V, et al. (1999) Mechanisms control-
ling mitochondrial biogenesis and respiration through the thermogenic coactivator PGC-1. Cell 98:
115-124. PMID: 10412986

Valle I, Alvarez-Barrientos A, Arza E, Lamas S, Monsalve M (2005) PGC-1alpha regulates the mito-
chondrial antioxidant defense system in vascular endothelial cells. Cardiovasc Res 66: 562-573.
PMID: 15914121

Zheng Z, Chen H, Wang H, Ke B, Zheng B, Li Q, et al. (2010) Improvement of retinal vascular injury in
diabetic rats by statins is associated with the inhibition of mitochondrial reactive oxygen species path-
way mediated by peroxisome proliferator-activated receptor gamma coactivator 1alpha. Diabetes 59:
2315-2325. doi: 10.2337/db10-0638 PMID: 20566666

Benani A, Troy S, Carmona MC, Fioramonti X, Lorsignol A, Leloup C, et al. (2007) Role for mitochondri-
al reactive oxygen species in brain lipid sensing: redox regulation of food intake. Diabetes 56: 152—
160. PMID: 17192477

De Vos KJ, Allan VJ, Grierson AJ, Sheetz MP (2005) Mitochondrial function and actin regulate dyna-
min-related protein 1-dependent mitochondrial fission. Curr Biol 15: 678-683. PMID: 15823542
Koopman WJ, Verkaart S, Visch HJ, van der Westhuizen FH, Murphy MP, van den Heuvel LW, et al.
(2005) Inhibition of complex | of the electron transport chain causes O2-.-mediated mitochondrial out-
growth. Am J Physiol Cell Physiol 288: C1440-1450. PMID: 15647387

Nagai K, Matsubara T, Mima A, Sumi E, Kanamori H, lehara N, et al. (2005) Gas6 induces Akt/mTOR-
mediated mesangial hypertrophy in diabetic nephropathy. Kidney Int 68: 552-561. PMID: 16014032
Floyd RA, Watson JJ, Wong PK, Altmiller DH, Rickard RC (1986) Hydroxyl free radical adduct of deoxy-
guanosine: sensitive detection and mechanisms of formation. Free Radic Res Commun 1: 163-172.
PMID: 2577733

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

Zhang P, Liu C, Zhang C, Zhang Y, Shen P, Zhang J, et al. (2005) Free fatty acids increase PGC-
1alpha expression in isolated ratislets. FEBS Lett 579: 1446—1452. PMID: 15733855

Zhu L, Sun G, Zhang H, Zhang Y, Chen X, Jiang X, et al. (2009) PGC-1alpha is a key regulator of glu-
cose-induced proliferation and migration in vascular smooth muscle cells. PLoS One 4: e4182. doi: 10.
1371/journal.pone.0004182 PMID: 19142226

PLOS ONE | DOI:10.1371/journal.pone.0125176  April 8, 2015 14/16


http://dx.doi.org/10.1042/BJ20082277
http://www.ncbi.nlm.nih.gov/pubmed/19604148
http://www.ncbi.nlm.nih.gov/pubmed/2356864
http://www.ncbi.nlm.nih.gov/pubmed/12879251
http://www.ncbi.nlm.nih.gov/pubmed/18220656
http://dx.doi.org/10.1016/j.bbabio.2008.03.030
http://www.ncbi.nlm.nih.gov/pubmed/18439413
http://dx.doi.org/10.2337/db08-0057
http://www.ncbi.nlm.nih.gov/pubmed/18511445
http://dx.doi.org/10.2337/db11-0584
http://www.ncbi.nlm.nih.gov/pubmed/22315314
http://www.ncbi.nlm.nih.gov/pubmed/15919781
http://www.ncbi.nlm.nih.gov/pubmed/15004004
http://dx.doi.org/10.1007/978-1-4614-3573-0_2
http://www.ncbi.nlm.nih.gov/pubmed/22729853
http://www.ncbi.nlm.nih.gov/pubmed/10412986
http://www.ncbi.nlm.nih.gov/pubmed/15914121
http://dx.doi.org/10.2337/db10-0638
http://www.ncbi.nlm.nih.gov/pubmed/20566666
http://www.ncbi.nlm.nih.gov/pubmed/17192477
http://www.ncbi.nlm.nih.gov/pubmed/15823542
http://www.ncbi.nlm.nih.gov/pubmed/15647387
http://www.ncbi.nlm.nih.gov/pubmed/16014032
http://www.ncbi.nlm.nih.gov/pubmed/2577733
http://www.ncbi.nlm.nih.gov/pubmed/12832613
http://www.ncbi.nlm.nih.gov/pubmed/15733855
http://dx.doi.org/10.1371/journal.pone.0004182
http://dx.doi.org/10.1371/journal.pone.0004182
http://www.ncbi.nlm.nih.gov/pubmed/19142226

@’PLOS | ONE

PGC-1 a Improves DN by PGC-1a/ Mitochondrial Dynamic /ROS

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Kim MY, Lim JH, Youn HH, Hong YA, Yang KS, Park HS, et al. (2013) Resveratrol prevents renal lipo-
toxicity and inhibits mesangial cell glucotoxicity in a manner dependent on the AMPK-SIRT1-PGC1al-
pha axis in db/db mice. Diabetologia 56: 204-217. doi: 10.1007/s00125-012-2747-2 PMID: 23090186

Barres R, Osler ME, Yan J, Rune A, Fritz T, Caidahl K, et al. (2009) Non-CpG methylation of the PGC-
1alpha promoter through DNMT3B controls mitochondrial density. Cell Metab 10: 189-198. doi: 10.
1016/j.cmet.2009.07.011 PMID: 19723495

Gemma C, Sookoian S, Alvarinas J, Garcia Sl, Quintana L, Kanevsky D, et al. (2009) Maternal preges-
tational BMI is associated with methylation of the PPARGC1A promoter in newborns. Obesity (Silver
Spring) 17: 1032-1039. doi: 10.1038/0by.2008.605 PMID: 19148128

Ribel-Madsen R, Fraga MF, Jacobsen S, Bork-Jensen J, Lara E, Calvanese V, et al. (2012) Genome-
wide analysis of DNA methylation differences in muscle and fat from monozygotic twins discordant for
type 2 diabetes. PLoS One 7: e51302. doi: 10.1371/journal.pone.0051302 PMID: 23251491

Yoon JC, Puigserver P, Chen G, Donovan J, Wu Z, Rhee J, et al. (2001) Control of hepatic gluconeo-
genesis through the transcriptional coactivator PGC-1. Nature 413: 131-138. PMID: 11557972

Sawada N, Jiang A, Takizawa F, Safdar A, Manika A, Tesmenitsky Y, et al. (2014) Endothelial PGC-
1alpha mediates vascular dysfunction in diabetes. Cell Metab 19: 246-258. doi: 10.1016/j.cmet.2013.
12.014 PMID: 24506866

Yu T, Robotham JL, Yoon Y (2006) Increased production of reactive oxygen species in hyperglycemic
conditions requires dynamic change of mitochondrial morphology. Proc Natl Acad SciU S A 103:
2653-2658. PMID: 16477035

Tanaka A, Youle RJ (2008) A chemical inhibitor of DRP1 uncouples mitochondrial fission and apopto-
sis. Mol Cell 29:409—410. doi: 10.1016/j.molcel.2008.02.005 PMID: 18313377

Youle RJ, Karbowski M (2005) Mitochondrial fission in apoptosis. Nat Rev Mol Cell Biol 6: 657—-663.
PMID: 16025099

Rube DA, van der Bliek AM (2004) Mitochondrial morphology is dynamic and varied. Mol Cell Biochem
256-257: 331-339.

Yu T, Sheu SS, Robotham JL, Yoon Y (2008) Mitochondrial fission mediates high glucose-induced cell
death through elevated production of reactive oxygen species. Cardiovasc Res 79: 341-351. doi: 10.
1093/cvr/cvn104 PMID: 18440987

Jeninga EH, Schoonjans K, Auwerx J (2010) Reversible acetylation of PGC-1: connecting energy sen-
sors and effectors to guarantee metabolic flexibility. Oncogene 29: 4617—-4624. doi: 10.1038/onc.2010.
206 PMID: 20531298

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

Lin J, Handschin C, Spiegelman BM (2005) Metabolic control through the PGC-1 family of transcription
coactivators. Cell Metab 1: 361-370. PMID: 16054085

Reddy PH, Reddy TP, Manczak M, Calkins MJ, Shirendeb U, Mao P (2011) Dynamin-related protein 1
and mitochondrial fragmentation in neurodegenerative diseases. Brain Res Rev 67: 103-118. doi: 10.
1016/j.brainresrev.2010.11.004 PMID: 21145355

Smirnova E, Griparic L, Shurland DL, van der Bliek AM (2001) Dynamin-related protein Drp1 is required
for mitochondrial division in mammalian cells. Mol Biol Cell 12: 2245-2256. PMID: 11514614

Sarin M, Wang Y, Zhang F, Rothermund K, Zhang Y, Lu J, et al. (2013) Alterations in c-Myc phenotypes
resulting from dynamin-related protein 1 (Drp1)-mediated mitochondrial fission. Cell Death Dis 4: e670.
doi: 10.1038/cddis.2013.201 PMID: 23764851

Ferrari LF, Chum A, Bogen O, Reichling DB, Levine JD (2011) Role of Drp1, a key mitochondrial fission
protein, in neuropathic pain. J Neurosci 31: 11404—11410. doi: 10.1523/JNEUROSCI.2223-11.2011
PMID: 21813700

Shenouda SM, Widlansky ME, Chen K, Xu G, Holbrook M, Tabit CE, et al. (2011) Altered mitochondrial
dynamics contributes to endothelial dysfunction in diabetes mellitus. Circulation 124: 444—-453. doi: 10.
1161/CIRCULATIONAHA.110.014506 PMID: 21747057

Kiritoshi S, Nishikawa T, Sonoda K, Kukidome D, Senokuchi T, Matsuo T, et al. (2003) Reactive oxygen
species from mitochondria induce cyclooxygenase-2 gene expression in human mesangial cells: po-
tential role in diabetic nephropathy. Diabetes 52: 2570-2577. PMID: 14514642

Ruggiero C, Ehrenshaft M, Cleland E, Stadler K (2011) High-fat diet induces an initial adaptation of mi-
tochondrial bioenergetics in the kidney despite evident oxidative stress and mitochondrial ROS produc-
tion. Am J Physiol Endocrinol Metab 300: E1047-1058. doi: 10.1152/ajpendo.00666.2010 PMID:
21386058

PLOS ONE | DOI:10.1371/journal.pone.0125176  April 8, 2015 15/16


http://dx.doi.org/10.1007/s00125-012-2747-2
http://www.ncbi.nlm.nih.gov/pubmed/23090186
http://dx.doi.org/10.1016/j.cmet.2009.07.011
http://dx.doi.org/10.1016/j.cmet.2009.07.011
http://www.ncbi.nlm.nih.gov/pubmed/19723495
http://dx.doi.org/10.1038/oby.2008.605
http://www.ncbi.nlm.nih.gov/pubmed/19148128
http://dx.doi.org/10.1371/journal.pone.0051302
http://www.ncbi.nlm.nih.gov/pubmed/23251491
http://www.ncbi.nlm.nih.gov/pubmed/11557972
http://dx.doi.org/10.1016/j.cmet.2013.12.014
http://dx.doi.org/10.1016/j.cmet.2013.12.014
http://www.ncbi.nlm.nih.gov/pubmed/24506866
http://www.ncbi.nlm.nih.gov/pubmed/16477035
http://dx.doi.org/10.1016/j.molcel.2008.02.005
http://www.ncbi.nlm.nih.gov/pubmed/18313377
http://www.ncbi.nlm.nih.gov/pubmed/16025099
http://dx.doi.org/10.1093/cvr/cvn104
http://dx.doi.org/10.1093/cvr/cvn104
http://www.ncbi.nlm.nih.gov/pubmed/18440987
http://dx.doi.org/10.1038/onc.2010.206
http://dx.doi.org/10.1038/onc.2010.206
http://www.ncbi.nlm.nih.gov/pubmed/20531298
http://www.ncbi.nlm.nih.gov/pubmed/12588810
http://www.ncbi.nlm.nih.gov/pubmed/16054085
http://dx.doi.org/10.1016/j.brainresrev.2010.11.004
http://dx.doi.org/10.1016/j.brainresrev.2010.11.004
http://www.ncbi.nlm.nih.gov/pubmed/21145355
http://www.ncbi.nlm.nih.gov/pubmed/11514614
http://dx.doi.org/10.1038/cddis.2013.201
http://www.ncbi.nlm.nih.gov/pubmed/23764851
http://dx.doi.org/10.1523/JNEUROSCI.2223-11.2011
http://www.ncbi.nlm.nih.gov/pubmed/21813700
http://dx.doi.org/10.1161/CIRCULATIONAHA.110.014506
http://dx.doi.org/10.1161/CIRCULATIONAHA.110.014506
http://www.ncbi.nlm.nih.gov/pubmed/21747057
http://www.ncbi.nlm.nih.gov/pubmed/14514642
http://dx.doi.org/10.1152/ajpendo.00666.2010
http://www.ncbi.nlm.nih.gov/pubmed/21386058

el e
@ ' PLOS | ONE PGC-1 a Improves DN by PGC-1a/ Mitochondrial Dynamic /ROS

43. Shah A, Xia L, Goldberg H, Lee KW, Quaggin SE, Fantus IG (2013) Thioredoxin-interacting protein me-
diates high glucose-induced reactive oxygen species generation by mitochondria and the NADPH oxi-
dase, Nox4, in mesangial cells. J Biol Chem 288: 6835-6848. doi: 10.1074/jbc.M112.419101 PMID:
23329835

PLOS ONE | DOI:10.1371/journal.pone.0125176  April 8, 2015 16/16


http://dx.doi.org/10.1074/jbc.M112.419101
http://www.ncbi.nlm.nih.gov/pubmed/23329835


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

  /CreateJDFFile false
  /Description <<

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

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


