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Increasing evidence reveals that estrogen, especially 17b-estradiol (17b-E2), is associated
with articular cartilage metabolism disorder and postmenopausal osteoarthritis (OA).
SIRT1, AMPK, and mTOR are regarded as critical mitophagy regulators. Recent
studies have shown that mitophagy displays a protective effect against OA, but the
molecular mechanism is not well known. This study aimed to investigate the effect of 17b-
E2 on Sirtuin-1 (SIRT1) expression and the induction of mitophagy upregulation by 17b-E2
via the SIRT1-mediated AMP-activated protein kinase (AMPK)/mammalian target of the
rapamycin (mTOR) signaling pathway to protect chondrocytes. ATDC5 chondrocytes
were treated with different concentrations of 17b-E2 (0 M, 1 × 10-9 M, 1 × 10-8 M, and 1 ×
10-7 M) for 24 h or pretreatment with or without NAM (SIRT1 inhibitor), Compound C
(AMPK inhibitor) and S1842 (mTOR inhibitor) for 30 min prior to treatment with 17b-E2 (1 ×
10-7 M) for 24 in each groups. Expression of SIRT1 was evaluated by real-time PCR,
Western blotting and confocal immunofluorescence staining. Then, the mitophagosomes
in cells were observed under a transmission electron microscopy (TEM), and the AMPK/
mTOR signaling pathway was detected by Western blotting. The mitophagy-related
proteins, p-AMPK, p-mTOR, p-JNK, and p-p38 were also identified by Western blot
analysis. The chondrocytes viability and proliferation were determined by MTT and 5-
Bromo-2’-deoxyuridine (BrdU) assay. These experiments were independently repeated 3
times The study found that 17b-E2 increased the expression level of SIRT1, p-AMPK, and
mitophagy-related proteins but decreased p-mTOR expression, and then induced
mitophagy upregulation in chondrocytes. More mitochondrial autophagosomes were
observed in 17b-E2-treated chondrocytes under a transmission electron microscope.
Also, 17b-E2 improved cell viability and proliferation with the higher expression of SIRT1
and activation of the AMPK/mTOR signaling pathway. However, SIRT1 inhibitor
nicotinamide (NAM) and AMPK inhibitor Compound C blocked the beneficial effect of
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17b-E2. In summary, this study was novel in demonstrating that 17b-E2 induced
mitophagy upregulation to protect chondrocytes via the SIRT1-mediated AMPK/mTOR
signaling pathway.
Keywords: 17b-estradiol, mitophagy, Sirtuin-1, AMP-activated protein kinase/mammalian target of the rapamycin
signaling pathway, osteoarthritis
INTRODUCTION

With the prevalence and incidence of osteoarthritis (OA) are
expected to increase every year with the increase in life
expectancy (1). OA has gradually become one of the most
common chronic diseases in the world, affecting an estimated
10% of men and 18% of women over 60 years of age (2).
Epidemiological studies have shown that there are significant
sex differences in both the prevalence and incidence of OA (3, 4).
OA is more prevalent in men than women before age 50. After
menopause, the incidence of OA in women increases (5).
Postmenopausal women have OA that affects multiple joints
with greater severity, suggesting a chondroprotective effect of
estrogen (6, 7). The characteristic pathological changes of OA
include hyperplasia of the synovial membrane, degeneration of
cartilage or exposure of the subchondral bone, wear and tear of
the meniscus, and formation of osteophytes. Among the various
pathological and physiological mechanisms of OA, the
mechanisms associated with sex hormone regulation have
gained much attention, especially those relevant to estrogen.
Previous studies have shown that estrogen, especially 17b-E2, has
a potential protective effect on chondrocytes (8).

Autophagy is a process of cell self-digestion that responds to
different stress conditions, including the uptake of intracellular
contents and degradation of the lysosome system (9, 10).
Autophagy is necessary to maintain cell dynamic balance and
viability by degrading aggregated proteins and impaired
organelles, especially damaged mitochondria (11, 12).
Mitochondria autophagy (mitophagy) is a form of selective
autophagy involved in the removal of dysfunctional mitochondria
through degradation in the autophagy–lysosomal system (13). The
mitophagy function of chondrocytes in the articular cartilage of
patients with OA is weakened, thus accelerating cell apoptosis and
cartilage degeneration (14). However, the underlying mechanism of
mitophagy regulation in OA is not fully understood.

Many studies have shown that sirtuin-1 (SIRT1) is an NAD+-
dependent type III histone deacetylase involved in the
occurrence and development of OA. Previous studies
demonstrated that the expression of SIRT1 decreased with the
development of OA, and the drop in SIRT1 expression in
chondrocytes might lead to chondrocyte hypertrophy and
cartilage matrix loss (15). In addition, Matsuzaki et al. found
that the loss of SIRT1 in chondrocytes led to the accelerated
development of mouse OA under mechanical pressure and
during aging, indicating that SIRT1 prevented the development
of OA (16). Therefore, SIRT1 is important in protecting
chondrocytes and preventing the progression of OA. In
addition, recent studies have shown the involvement of SIRT1
n.org 2
in the regulation of acetylation–deacetylation in autophagy (17).
Some autophagy-related proteins microtubule-associated protein
1A/1Blight chain 3 (LC3), ATG5, and ATG7 are deacetylated
by SIRT1 (18). A recent study showed that SIRT1-mediated
autophagy had a protective effect on the apoptosis of
chondrocytes (19).

AMP-activated protein kinase (AMPK) is considered to be a
major metabolic energy receptor, which is activated when the cell
energy charge decreases (AMP/ATP ratio increases), further
regulating the dynamic balance of energy metabolism (20–22).
Given its critical role in controlling energy homeostasis, AMPK
has attracted widespread interest as a therapeutic target for
potential metabolic diseases, including diabetes, obesity,
tumors, and especially osteoarthritis. The decrease in
mitochondrial biosynthesis in chondrocytes is related to the
decrease in AMPK activity and the expression of SIRT1,
PGC1a, and nuclear respiratory factor 1 (NRF1) (23). AMPK
is a key molecule related to chondrocyte metabolism, which
regulates energy metabolism through mediators such as SIRT1
and mammalian target of rapamycin (mTOR) (24). mTOR is one
of the main inhibitors of autophagy. It is an important signaling
molecule downstream of AMPK. An increase in phosphorylation
can inhibit the levels of mTOR (25), thus enhancing autophagy.
Moreover, SIRT1-mediated activation of AMPK leads to the
inhibition of mTOR, which also propels autophagy (26, 27).

Although estrogen (17b-estradiol) has a potential protective
effect on OA, the mechanism of 17b-E2 in OA is still unclear.
Luca et al. indicated that many studies highlighted the
importance of SIRT1 in pathophysiological processes and
showed how it interacted with the AMPK and mTOR pathway
(28). Shen et al. (29) reported that 17b-estradiol was able to
protect cardiomyocytes from AngII-induced injury with a
profound upregulation of SIRT1 and activation of AMPK. In a
mouse OA model, estrogen may inhibit mTOR signaling
pathway via activating ERK, which will promote chondrocytes
autophagy to protect AMPK mutant mice from OA (30). In
addition, estrogen at a pharmacological concentration could
stimulate the production of type II collagen in the growth plate
chondrocytes in vitro, thus promoting chondrogenesis (31).
Although great efforts have been made, 17b-E2’s contribution
to chondrocytes in osteoarthritis is still unclear.

This study provided a novel insight into how SIRT1 was
involved in 17b-E2-mediate beneficial effect on chondrocytes in
OA. It also suggested an improved understanding of the effect of
17b-E2 on the expression of SIRT1, mitophagy, and AMPK/
mTOR pathway in ATDC5 chondrocytes. The findings of this
study might provide a new potential target for the treatment
of OA.
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MATERIALS AND METHODS

Chemicals
17b-Estradiol, 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl-2H-
tetrazol-3-ium bromide (MTT), 5-Bromo-2’-deoxyuridine
(BrdU), and dimethyl sulfoxide (DMSO) were obtained from
Abcam (MA, USA) and Promega (WI, USA).

Reagents
The SIRT1 inhibitor (nicotinamide, NAM), AMPK inhibitor
(Compound C), and 4,6-diamidino-2-phenylindole (DAPI)
were obtained from Beyotime Biotechnology (Shanghai,
China). The JNK inhibitor (SP600125), mTOR inhibitor
(S1842), and p38 inhibitor (SB203580) were bought from
Sigma–Aldrich (MO, USA). The polyclonal goat anti-mouse
heat shock protein 60 (Hsp60) antibody (sc-1052) (1:200), the
monoclonal mouse anti-mouse microtubule-associated protein
1A/1B-light chain 3 (LC3) antibody (sc-376404) (1: 100), rabbit
monoclonal anti-b-actin and the polyclonal rabbit anti-mouse
primary translocase of outer membrane (TOM) 20 antibody (sc-
11415) (1: 200) were purchased from Sigma (MO, USA). The
total/phosphor-p38 antibody and total/phosphor-JNK antibody
were brought from Promega (WI, USA). TaqMan reagents and
TRIzol reagent were obtained from Beyotime (Shanghai, China).
The immunofluorescence staining kit was bought from Sigma.

Cell Culture and Treatments
ATDC5 chondrocytes were obtained from Kebai (Nanjing,
China). They were plated in six-well plates (Beyotime,
Shanghai, China) at a density of 6 × 104 cells/well and cultured
at 37°C in 5% CO2/95% humidity. Under the circumstances of
starvation, the chondrocytes were incubated with DMEM/F12
for 24 h after the confluence was 75% and then treated with 17b-
E2. They were treated with incremental doses of 17b-E2 (0 M,
1 × 10-9 M, 1 × 10-8 M, and 1 × 10-7 M) for 24 h. For the
combination treatments, the cells were pretreated with the
corresponding inhibitors for 30 min prior to treatment with an
optimum concentration of 17b-E2 (1 × 10-7 M) for 24 h. SIRT1
inhibitor (NAM) was used at 15 µM, AMPK inhibitor
(Compound C) at 20 µM, mTOR inhibitor (S1842) at 10 µM,
JNK inhibitor (SP600125) at 10 µM and p38 inhibitor
(SB203580) at 20 µM (32–34). Finally, the chondrocytes were
harvested for RT-PCR and Western blot analysis.

Real-Time PCR Analysis
The RT-PCR was used to detect the level of SIRT1 mRNA in
ATDC5 chondrocytes. TRIzol reagent (Invitrogen, Shanghai,
China) was used to extract total RNA from chondrocytes,
according to manufacturer’s instructions The RevertAid First-
Strand cDNA Synthesis Kit was used to reverse-transcribe RNA
into cDNA. Then, the mRNA levels were detected using
appropriate specific primers and an RT-PCR Kit (Takara Bio,
Beijing, China), with cDNA as a template. Forward and reverse
primer sequences of all genes were as follows: SIRT1 forward (5′-
AGTTCCAGCCGTCTCTGTGT-3′) and reverse (5′-GATCCTT
TGGATTCCTGCAA-3′); and GAPDH forward (5′-ACA
TGACTACACTCTCGGTAAT-3′) and reverse (5′-TGT
Frontiers in Endocrinology | www.frontiersin.org 3
CTCGCTCCTAGAAGAAGTA-3′). The data were normalized
to GAPDH, which was used as an internal reference control. The
conditions for the PCR reactions were 95°C for 10 s, 95°C for
30 s, 60°C for 40 s and 72°C for 45 s, for a total of 40 cycles.
The final data were analyzed by the 2−DDCt method.
Each experiment was conducted independently and repeated
3 times. The results are shown as mean ± SD.

Immunostaining and Microscopy
The ATDC5 chondrocytes were seeded on 24-well plates and
then pretreated with or without NAM for 30 min before
incubated with 1 × 10-7 M 17b-E2 for 24 h. After incubation,
the cells were washed with PBS 3 times, fixed with 4% PFA for
25 min, and permeated with 0.3% Triton X-100 for 15 min at
room temperature. Then, the chondrocytes were blocked with
5% bovine serum albumin for 40 min and incubated with
primary rabbit anti-SIRT1 antibodies (1:1000) or primary
antibody anti-LC3 (1:200) at 4°C overnight. Subsequently, they
were incubated with the secondary antibody employing a goat
anti-rabbit IgG (1:3000) or a secondary antibody anti-DyLight
594 (1:200) for 60 min at room temperature. At last, they were
incubated with DAPI for 5–10 min at room temperature. Ten
visual fields were randomly selected for observation under a
confocal laser scanning microscope, and then the fluorescence
intensity was measured using ImageJ Software 1.48 (ML, USA).

Protein Extraction and Western
Blotting Analysis
Western blotting was performed as previously described (35).
After each treatment, the chondrocytes were rinsed with PBS
twice. Then, the chondrocytes collected by centrifugation were
lysed in radio-immunoprecipitation assay buffer at 4°C
for 25 min, and the lysates were centrifuged at 12,000 rpm
for 15 min at 4°C. A Pierce BCA Protein Assay Kit was
used to determine the protein concentration following the
manufacturer’s protocols (Thermo Fisher Scientific, USA). SDS-
PAGE (10% SDS) was performed on the same amount of protein
samples. After electrophoresis, the protein was transferred to a
nitrocellulose membrane and sealed with 5% skimmed milk
powder containing TBST (0.05% Tween-TBS, Beyotime, China)
at room temperature for 1 h. Then, the protein was rinsed with
TBST 3 times. The membranes were incubated with the primary
antibodies: anti-SIRT1, anti-AMPK, anti-p-AMPK, anti-LC3
anti-TOM20, anti-Hsp60, anti-JNK, anti-p-JNK, anti-p38, anti-
p-p38, anti-mTOR, anti-p-mTOR or anti-b-actin antibodies. All
results were normalized to b-actin protein concentration. After
overnight incubation at 4°C, the membranes were rinsed and
incubated with the corresponding secondary antibodies for 1 h at
room temperature. After rinsing with TBST 3 times again, a
BeyoECL plus kit (Beyotime, Shanghai, China) was applied to
visualize the proteins.

Transmission Electron Microscopy
Observation
The chondrocytes were digested with trypsin and centrifuged at
1200g for 6 min. They were fixed in 2.5% phosphate-buffered
glutaraldehyde and then post-fixed in 1% osmium tetroxide in
February 2021 | Volume 11 | Article 615250
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water for 1 h. They were dehydrated with gradient acetone,
embedded, and sectioned. The samples were double stained with
uranyl acetate and lead citrate for 10 min. Then, the
ultrastructures of cells were viewed under a JEM-1230 TEM
(JEOL Ltd., Tokyo, Japan).

Cell Viability Testing
MTT assay was used to evaluate the viability of chondrocytes
subjected to different treatments. The chondrocytes were seeded
in 96-well plates with a density of 1 × 104 cells/well, which
contained serum-free DMEM. After the attachment of cells, the
medium was pretreated with or without NAM (15 mM) and
Compound C (20 mM) for 30 min. Then, 17b-E2 (0 M or 1 × 10-7

M) was added to the chondrocytes for 24 h, followed by
treatment with 10 µl of MTT reagent (5 mg/ml), and the cells
were incubated at 37°C for 3 h. Then, the cells were incubated
with MTT solution for 4 h, and DMSO was used instead of the
culture medium. The absorbance was measured at 570 nm
wavelength with an RNE-90002 Microplate Reader (REAGEN,
NJ, USA). The experiments were independently repeated 3 times.

Cell Proliferation Assay
The chondrocytes were seeded on the 96-well plates and then
pretreated with or without NAM (15 mM) and Compound C (20
mM) for 30 min. They were treated with BrdU and incubated for
Frontiers in Endocrinology | www.frontiersin.org 4
2 h, followed by treatment with 17b-E2 (0 M or 1 × 10-7 M) for
24 h following the manufacturer’s protocols (Abcam, MA, USA).
They were fixed in 4% paraformaldehyde at 4°C for 30 min and
then rinsed with PBS 3 times. Finally, a BrdU Cell Proliferation
ELISA Kit (Abcam, MA, USA) was used to examine the
BrdU incorporation.

Statistical Analysis
All data were expressed as mean ± standard deviation (SD) from
at least three independent experiments. Data analysis was
performed using Student’s t test, analysis of variance
(ANOVA), and Student-Newman-Keuls post hoc analysis
where appropriate. Statistical analyses were conducted using
SPSS 25.0 software (SPSS, Inc., IL, USA) for Windows. P
values < 0.05 indicated a statistically significant difference.
RESULTS

17b-E2 Promoted the Expression of SIRT1
in ATDC5 Chondrocytes
Serum-starved cells were pretreated with or without 15 mM
NAM (a selective SIRT1 antagonist) and then treated with
various doses of 17b-E2 (0 M, 1 × 10-9 M, 1 × 10-8 M, and 1 ×
10-7 M) for 24 h to explore the effect of 17b-E2 on the expression
A

B

D

C

FIGURE 1 | 17b-Estradiol (17b-E2) elevated the expression level of SIRT1 in ATDC5 chondrocytes. (A) Effect of 17b-E2 on the SIRT1 mRNA expression level in
ATDC5 chondrocytes; RT-PCR was performed to demonstrate the expression of SIRT1 mRNA. Results were normalized to GAPDH mRNA. (B) Serum-starved
ATDC5 chondrocytes were treated with 17b-E2 (1 × 10-7 M) for the indicated time (0, 5, 30, 60, and 120 min), and Western blot analysis was applied to show the
expression level of SIRT1 protein. (C) Serum-starved ATDC5 chondrocytes were pretreated with or without 15 mM NAM for 30 min, followed by treatment with
incremental concentrations of 17b-E2 (0 M, 1 × 10-9 M, 1 × 10-8 M, and 1 × 10-7 M). Western blot analysis was performed to demonstrate the expression of SIRT1
protein. b-actin was used as an internal control. (D) Confocal immunofluorescence (IF) staining of ATDC5 chondrocytes stained for SIRT1 (red). 4’, 6-diamidino-2-
phenylindole (DAPI [blue]) was applied to stain the nucleus. The intensity of SIRT1 was higher in ATDC5 chondrocytes cultured in serum-free medium, which
contained 17b-E2. The whole experimental process is described in the Materials and Methods section. These experiments were independently repeated 3 times.
*P < 0.05 versus the control group indicated a significant difference.
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of SIRT1 in ATDC5 chondrocytes. The real-time polymerase
chain reaction (RT-PCR) results demonstrated that the
expression level of SIRT1 mRNA in ATDC5 chondrocytes
increased with a higher concentration of 17b-E2 (Figure 1A).
At the same time, Western blot analysis yielded similar results
(Figure 1C). The expression level of SIRT1 protein increased
with a higher concentration of 17b-E2, but this effect was blocked
by NAM and could not be reversed by 17b-E2 (Figure 1C).
Similarly, confocal immunofluorescence staining showed that
SIRT1 expression was significantly higher in the 17b-E2 group
than in the control group (Figure 1D). 17b-E2 promoted the
expression of SIRT1 mRNA and protein, and 1 × 10-7 M 17b-E2
increased the SIRT1 expression to its peak level (Figures 1A, B).
Hence, 17b-E2 at a concentration of 1 × 10-7 M was used in the
subsequent experiments. Collectively, the data suggested that
17b-E2 could promote the expression level of SIRT1 in
ATDC5 chondrocytes.

17b-E2 Promoted the Expression of
Mitophagy-Related Proteins in
Chondrocytes
This study further investigated the effect of 17b-E2 on the activity
of mitophagy-related proteins so as to determine the role of 17b-
E2 in mitophagy of ATDC5 chondrocytes and its mechanism. The
phosphorylation of LC3, TOM20 (a marker of mitophagy), and
Hsp60 (another marker of mitophagy) in ATDC5 chondrocytes
Frontiers in Endocrinology | www.frontiersin.org 5
was detected using Western blot analysis and compared with that
in the control group. The data showed that the phosphorylation of
LC3 (Figure 2A), TOM20 (Figure 2B), and Hsp60 (Figure 2C)
was significantly higher in the 17b-E2 group than in the control
group. Similarly, confocal immunofluorescence staining showed
that LC3 expression was significantly higher in the 17b-E2 group
than in the control group (Figure 4). However, this incremental
effect was eliminated in the 17b-E2 + NAM and 17b-E2 +
Compound C groups. Collectively, the data suggested that 17b-
E2 promoted the expression of mitophagy-related proteins in
ATDC5 chondrocytes, but this effect was blocked by NAM or
Compound C.

17b-E2-Induced Mitophagy Was Mediated
by SIRT1
Previous studies reported that mitochondrial autophagosomes
(mitophagomes) were double-membrane vesicles, which were
considered to be an important structure of mitophagy.
Transmission electron microscope (TEM) was regarded as an
effective means to detect mitophagy (36). ATDC5 chondrocytes
were treated with 1 × 10-7 M 17b-E2 for 24 h to determine
whether 17b-E2-induced mitophagy in ATDC5 chondrocytes
was mediated by SIRT1, and then the characteristics and number
of mitophagomes were observed using TEM. The TEM images of
mitophagy ultrastructure showed significant differences in
mitophagy activity in the three groups (P < 0.05). The number
A B

C

FIGURE 2 | 17b-E2 treatment upregulated the phosphorylation level of LC3, TOM20, and Hsp60 in ATDC5 chondrocytes. The chondrocytes were pretreated with
15 mM NAM or 20 mM Compound C for 30 min and then incubated with or without 1 × 10-7 M 17b-E2 for 24 h. The phosphorylation levels of (A) microtubule-
associated protein 1A/1B light chain 3 (LC3), (B) translocase of outer membrane 20 (TOM20), (C) heat shock protein 60 (Hsp60), and b-actin protein were detected
by Western blot analysis. These experiments were independently repeated 3 times. *P < 0.05 versus the control group indicated a significant difference.
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of mitophagomes increased significantly in the 17b-E2 group but
decreased in the 17b-E2 + NAM group, compared with the
control group (Figure 3). Confocal immunofluorescence
staining showed that the percentage of LC3-positive cells in
17b-E2 group was higher than that in 17b-E2 + NAM group
(Figure 4). It suggested that 17b-E2 could induce mitophagy
upregulation and SIRT1 was an essential component for 17b-E2-
induced mitophagy in chondrocytes. In brief, the results
demonstrated that 17b-E2 could induce SIRT1-mediated
mitophagy upregulation in ATDC5 chondrocytes.

17b-E2 Induced Mitophagy via the SIRT1-
Mediated AMPK/mTOR Pathway
SIRT1, AMPK, and mTOR are involved in the modulation of
autophagy, which is a significant cellular homeostasis self-
regulation mechanism required for longevity, injury repair,
survival, differentiation, and pathogen clearance (37). Based on
previous results, it was hypothesized that 17b-E2 might induce
mitophagy upregulation through the SIRT1-mediated AMPK/
mTOR signaling pathway (Figure 7). To confirm this hypothesis,
chondrocytes were treated with 17b-E2, with or without
pretreatment with NAM, AMPKi (Compound C, AMPK
inhibitor), and mTORi (S1842, mTOR inhibitor). The
Frontiers in Endocrinology | www.frontiersin.org 6
phosphorylation of AMPK and mTOR was detected by
Western blot analysis. The results showed that p-AMPK levels
increased significantly, but p-mTOR expression sharply
decreased in the 17b-E2 group compared with the control
group (Figures 5A, B). Of note, this effect was blocked by the
SIRT1 inhibitor and could not be reversed by 17b-E2.
Nevertheless, the total AMPK and total mTOR levels had no
change in different groups. In addition, NAM (SIRT1 inhibitor)
abolished the activation of AMPK by 17b-E2 for 24 h as judged
by a lower level of p-AMPK and a higher level of its downstream
target p-mTOR. These data suggested that the effect of 17b-E2 on
the AMPK/mTOR pathway was mediated by SIRT1 in
ATDC5 chondrocytes.

On the contrary, previous studies showed that mitogen-activated
protein kinases (MAPKs) were associated with autophagy, including
the c-Jun-N-terminal kinase (JNK) and P38 pathways (37). Serum-
free chondrocytes were pretreated with or without NAM, JNKi
(SP600125, JNK inhibitor), and p38i (SB203580, p38 inhibitor)
prior to treatment with 17b-E2 to investigate whether SIRT1 could
mediate mitophagy via AMPK/JNK and AMPK/p38-MAPK
pathways. The Western blot results showed no significant
differences in p-p38 and p-JNK levels in different groups,
suggesting that the ability of SIRT1 to promote autophagy was not
FIGURE 3 | Effect of SIRT1-mediated 17b-E2-induced mitophagy in ATDC5 chondrocytes. Transmission electron microscope (TEM) images indicated more
mitophagomes (double-membrane vacuoles) in ATDC5 cells pretreated with 1 × 10-7 M 17b-E2 for 24 h compared with those in the control group and 17b-E2 +
NAM group. White arrows indicate the mitophagomes (autophagic vacuoles), and the nucleus is represented by the N of ATDC5 chondrocytes. *P < 0.05 versus the
control group indicated a significant difference.
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via AMPK/JNK and AMPK/p38-MAPK in 17b-E2-treated
chondrocytes (Figures 5C, D). Taken together, the data revealed
that 17b-E2 promoted the expression of SIRT1 in ATDC5
chondrocytes. They also supported the hypothesis that 17b-E2
might induce mitophagy upregulation via the SIRT1-mediated
AMPK/mTOR signaling pathway.
Frontiers in Endocrinology | www.frontiersin.org 7
17b-E2 Induced Mitophagy Upregulation to
Protect Chondrocytes via SIRT1-Mediated
AMPK/mTOR Signaling
This study further explored whether the protective effect of 17b-E2
in ATDC5 chondrocytes was related to mitophagy upregulation
via the SIRT1-mediated AMPK/mTOR signaling pathway.
FIGURE 4 | Effect of 17b-E2 and SIRT1 on expression of LC3 in ATDC5 chondrocytes. Confocal microscopy was performed to evaluate autophagy in
chondrocytes pre-treated with 17b-E2 or NAM. Nucleus were stained with 4’, 6-diamidino-2-phenylindole (DAPI) (blue). Representative images of confocal
immunofluorescence (IF) staining showing the LC3 in chondrocytes. White bar = 50 mm. *P < 0.05 versus the control group indicated a significant difference.
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The viability of chondrocytes in different groups was measured
using the MTT assay (Figure 6A). The results showed that the
viability of chondrocytes was significantly higher in the 17b-E2-
treated group than in the control group, but this effect was abolished
in the presence or absence of NAM and AMPKi (Compound C,
AMPK inhibitor). Similarly, the bromodeoxyuridine (BrdU) assay
revealed that the proliferation increased significantly in the 17b-E2
group, but the effect was blocked by NAM or AMPKi (Figure 6B).
Together, these data suggested that 17b-E2 could regulate the
viability and proliferation through the SIRT1-mediated AMPK/
mTOR signaling pathway in ATDC5 chondrocytes. Also, they
supported the hypothesis that 17b-E2 might induce mitophagy
upregulation via the SIRT1-mediated AMPK/mTOR signaling
pathway to protect chondrocytes (Figure 7).
DISCUSSION

The present study showed that exposure to 17b-E2 promoted the
expression of SIRT1 to positively regulate AMPK and inhibit
mTOR, which was involved in the induction of mitophagy
Frontiers in Endocrinology | www.frontiersin.org 8
upregulation in ATDC5 chondrocytes. Moreover, during this
study, we observed that 17b-E2 induced mitophagy upregulation
via the SIRT1-mediated AMPK/mTOR signaling pathway to
promote the proliferation and viability of chondrocytes. Several
studies have showed that 17b-E2 and its receptor could promote
cell proliferation and viability (38), decrease the cartilage damage
in experimental OA models (39, 40). Our findings showed the
beneficial effect of 17b-E2 against OA, which might be a potential
therapy strategy for OA.

Autophagy is activated under hypoxic conditions and energy
stress to provide energy for cells. Also, it is a key regulator of cell-
autonomous homeostasis through the clearance of damaged
macromolecules and organelles, including mitochondria (41).
Mitophagy is the elimination of depolarized and damaged
mitochondria. The pharmacological activation of autophagy in
chondrocytes has been demonstrated to significantly protect
against mitochondrial dysfunction, indicating that mitophagy
might function to eliminate damaged and dysfunctional
mitochondria in chondrocytes and prevent oxidative stress
(41). Research on human chondrocytes suggested that the
activation of autophagy was critical in protecting against
mitochondrial dysfunction (42).
A B

DC

FIGURE 5 | 17b-E2 induced mitophagy through the SIRT1-mediated AMPK/mTOR pathway in ATDC5 chondrocytes. The ATDC5 chondrocytes were treated with
17b-E2 (0 M or 1 × 10-7 M), with or without pretreatment with NAM, AMPK inhibitor, mTOR inhibitor, p38 inhibitor, and JNK inhibitor. Then, the expression of p-
AMPK (A), p-mTOR (B), p-p38 (C), and p-JNK (D) in ATDC5 chondrocytes was measured by Western blot analysis. b-actin was used as an internal control to
normalize the data. Data are presented as the mean ± SD of three independent experiments. *P < 0.05 versus the control group indicated a significant difference.
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The relationship between 17b-E2 and mitophagy has become an
interesting research field. Increasing evidence indicates that
mitochondria are involved in the pathogenesis of OA (43).
Mitochondrial dysfunction can contribute to cartilage
degeneration in OA. Recently, Xu Kang et al. conducted an
experiment on rat OA model chondrocytes and concluded that
17b-E2 could promote cell proliferation in the OAmodel (44). This
finding was in agreement with the results of the present study
showing the protective effect of 17b-E2 on ATDC5 chondrocytes. In
the present study, 17b-E2 promoted the expression of SIRT1, and
17b-E2-induced mitophagy was mediated by SIRT1. Furthermore,
in the presence or absence of NAM, AMPKi treatment significantly
blocked the levels of SIRT1 and mitophagy markers. On the
contrary, TEM images revealed more mitophagosomes and richer
autophagosomes in ATDC5 chondrocytes treated with 17b-E2; but
the changes were opposite in the 17b-E2 + NAM group.
Correspondingly, the viability and proliferation of chondrocytes
increased significantly, as shown by MTT and BrdU results. Taken
together, these data suggested that 17b-E2 could induce mitophagy
upregulation via SIRT1 mediation to protect chondrocytes.

AMPK is an important pathway of modulating cellular energy
and metabolic homeostasis. It is vital in the angiogenesis,
apoptosis, tumorigenesis, and autophagy. mTOR is one of the
main inhibitors of autophagy; it is important in the occurrence
and development of autophagy (45). In addition, AMPK, as an
upstream protein, decreased the levels of mTOR when
phosphorylation increased (25), thus promoting autophagy.
Recently, many in-depth studies were conducted on the
pathogenesis of OA, revealing related signaling pathways, such
as the AMPK/mTOR signaling pathway (46, 47), having a
significant impact on OA. The present study showed that 17b-
E2 promoted the expression of SIRT1 in ATDC5 chondrocytes,
which was consistent with the findings of Mehtab et al. (48). 17b-
E2 could mediate the SIRT1 activity, while SIRT1 was involved in
the regulation of autophagy in chondrocytes (29, 49). Hence, it
was inferred that 17b-E2 might induce mitophagy upregulation
A

B

FIGURE 6 | A beneficial effect of 17b-E2 by upregulating mitophagy through
the SIRT1-mediated AMPK/mTOR pathway. (A) MTT and (B)
bromodeoxyuridine (BrdU) were used to detect the viability and proliferation of
ATDC5 chondrocytes. The cells were cultured in the presence or absence of
NAM and AMPK inhibitors for 30 min prior to treatment with 17b-E2 (0 M or
1 × 10-7 M) 24 h. These experiments were independently repeated 3 times.
*P < 0.05 versus the control group indicated a significant difference.
FIGURE 7 | Schematic diagram depicts the proposed and underlying mechanism that 17b-E2 induces mitophagy up-regulation to protect chondrocytes via the
SIRT1-mediated AMPK/mTOR signaling pathway.
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through the SIRT1-mediated AMPK/mTOR signaling pathway
in ATDC5 chondrocytes. The MTT and BrdU results showed
that the cell viability and proliferation in the 17b-E2-treated
group increased, but the beneficial effects were blocked in the
presence or absence of NAM and AMPKi. These results
supported the hypothesis that 17b-E2 induced mitophagy
upregulation through the SIRT1-mediated AMPK/mTOR
signaling pathway, thus protecting chondrocytes (Figure 7).
Besides the AMPK/mTOR signaling pathway, we further
investigated whether SIRT1 could mediate mitophagy via JNK
and p38 signaling pathways. Chondrocytes were pretreated with
or without NAM, JNKi and p38i for 30 min prior to treatment
with 17b-E2 for 24 h (33, 50). These preliminary data suggested
that the ability of SIRT1 to promote mitophagy in 17b-E2-
treated chondrocytes was not through JNK and p38 pathways.

Despite significant discoveries, this study had certain
limitations. First, only one cell line ATDC5 was used for the in
vitro experiments. Next, the concentration of 17b-E2 in vitro was
several orders of magnitude higher than that in vivo; therefore, it
was hard to explain the conditions in vivo. Physiologic
concentrations of estrogen without serum appeared to have no
effect on chondrocytes proliferation or viability. Claassen et al.
(51) reported that incubation with physiological dose of estradiol
(10-11 M) alone did not significantly influence collagen II
synthesis in their study of cow chondrocytes. In vivo,
ovariectomy (OVX) female mice developed significantly severe
OA than control females, whereas the severity of OA was back to
the level of control females when supplemented with exogenous
17b-E2 (52, 53). In our study, we showed that 17b-E2 induced
mitophagy upregulation via the SIRT1-mediated AMPK/mTOR
signaling pathway to promote the proliferation and viability of
chondrocytes in vitro. Our results showed the beneficial effect of
17b-E2 against OA, however, further studies are needed.

In this study, we demonstrate that 17b-E2 at a pharmacological
concentration (1 × 10-7 M) could stimulate the expression of SIRT1
in ATDC5 chondrocytes in vitromainly through the AMPK/mTOR
pathway in mitophagy. Moreover, these findings suggested that
17b-E2 induced mitophagy upregulation to protect chondrocytes
via the SIRT1-mediated AMPK/mTOR pathway. Meanwhile, the
data provided a new perspective for 17b-E2 mechanisms in OA and
suggested that the SIRT1-mediated AMPK/mTOR signaling
pathway was a potential therapeutic target for OA. Even though
the roles of 17b-E2 may play the positive effects against aging-
related diseases. There are some controversies regarding the effects
Frontiers in Endocrinology | www.frontiersin.org 10
of 17b-E2 on the regulation of SIRT1 in the vasculature. Lee et al.
(54) reported that the decline in SIRT1 levels and function of the
vascular smooth muscle cells (VSMCs) treated with estrogen
suggested a possible detrimental role for estrogen in vascular
health. In vivo and in vitro, 17b-E2 was able to protect
cardiomyocytes from AngII-induced injury with a profound
upregulation of SIRT1 and activation of AMPK (29). Our
observations may partially explain the positive impact of 17b-E2
replacement therapy on bone metabolism disease. Improved
understanding of the molecular actions of 17b-E2 is required, and
more studies are needed.
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Herrera J, Garcıá-Pérez BE. The role of autophagy in bacterial infections.
Biosci Trends (2015) 9(3):149–59. doi: 10.5582/bst.2015.01035

38. Huang JG, Xia C, Zheng XP, Yi TT, Wang XY, Song G, et al. 17b-Estradiol
promotes cell proliferation in rat osteoarthritis model chondrocytes via PI3K/
Akt pathway. Cell Mol Biol Lett (2011) 16(4):564–75. doi: 10.2478/s11658-
011-0023-y

39. Jochems C, Islander U, Erlandsson M, Engdahl C, Lagerquist M, Ohlsson C,
et al. Effects of oestradiol and raloxifene on the induction and effector phases
of experimental postmenopausal arthritis and secondary osteoporosis. Clin
Exp Immunol (2011) 165(1):121–9. doi: 10.1111/j.1365-2249.2011.04397.x

40. Engdahl C, Jochems C, Windahl SH, Börjesson AE, Ohlsson C, Carlsten H,
et al. Amelioration of collagen-induced arthritis and immune-associated bone
loss through signaling via estrogen receptor alpha, and not estrogen receptor
beta or G protein-coupled receptor 30. Arthritis Rheum (2010) 62(2):524–33.
doi: 10.1002/art.25055

41. Choi AM, Ryter SW, Levine B. Autophagy in human health and disease. N
Engl J Med (2013) 368(7):651–62. doi: 10.1056/NEJMra1205406

42. Caramés B, Hasegawa A, Taniguchi N, Miyaki S, Blanco FJ, Lotz M.
Autophagy activation by rapamycin reduces severity of experimental
osteoarthritis. Ann Rheum Dis (2012) 71(4):575–81. doi: 10.1136/
annrheumdis-2011-200557

43. Blanco FJ, Rego I, Ruiz-Romero C. The role of mitochondria in osteoarthritis.
Nat Rev Rheumatol (2011) 7(3):161–9. doi: 10.1038/nrrheum.2010.213

44. Xu K, Sha Y, Wang S, Chi Q, Liu Y, Wang C, et al. Effects of Bakuchiol on
chondrocyte proliferation via the PI3K-Akt and ERK1/2 pathways mediated
by the estrogen receptor for promotion of the regeneration of knee articular
cartilage defects. Cell Prolif (2019) 52(5):e12666. doi: 10.1111/cpr.12666

45. Dai C, Ciccotosto GD, Cappai R, Wang Y, Tang S, Hoyer D, et al. Rapamycin
Confers Neuroprotection against Colistin-Induced Oxidative Stress,
Mitochondria Dysfunction, and Apoptosis through the Activation of
Autophagy and mTOR/Akt/CREB Signaling Pathways. ACS Chem Neurosci
(2018) 9(4):824–37. doi: 10.1021/acschemneuro.7b00323

46. Feng X, Pan J, Li J, Zeng C, Qi W, Shao Y, et al. Metformin attenuates cartilage
degeneration in an experimental osteoarthritis model by regulating AMPK/
mTOR. Aging (2020) 12(2):1087–103. doi: 10.18632/aging.102635

47. Eriksson L, Nyström T. Activation of AMP-activated protein kinase by
metformin protects human coronary artery endothelial cells against diabetic
lipoapoptosis. Cardiovasc Diabetol (2014) 13:152. doi: 10.1186/s12933-014-
0152-5

48. Khan M, Ullah R, Rehman SU, Shah SA, Saeed K, Muhammad T, et al. 17b-
Estradiol Modulates SIRT1 and Halts Oxidative Stress-Mediated Cognitive
Impairment in a Male Aging Mouse Model. Cells (2019) 8(8):928.
doi: 10.3390/cells8080928

49. Liao FX, Huang F, Ma WG, Qin KP, Xu PF, Wu YF, et al. The New Role of
Sirtuin1 in Human Osteoarthritis Chondrocytes by Regulating Autophagy.
Cartilage (2019) 5(9):1947603519847736. doi: 10.1177/1947603519847736
February 2021 | Volume 11 | Article 615250

https://doi.org/10.1146/annurev-pharmtox-010716-104936
https://doi.org/10.1038/s41556-018-0092-5
https://doi.org/10.1080/15548627.2019.1628541
https://doi.org/10.1080/23723556.2015.1056332
https://doi.org/10.1038/nrrheum.2017.17
https://doi.org/10.1002/jor.21284
https://doi.org/10.1136/annrheumdis-2012-202620
https://doi.org/10.1073/pnas.0712145105
https://doi.org/10.1080/15548627.2018.1520548
https://doi.org/10.1111/jcmm.13903
https://doi.org/10.1016/j.neuroscience.2014.10.068
https://doi.org/10.1515/hmbci-2013-0067
https://doi.org/10.1002/jnr.23481
https://doi.org/10.1002/art.39182
https://doi.org/10.1038/nrrheum.2014.162
https://doi.org/10.1038/nrrheum.2014.162
https://doi.org/10.1016/j.molcel.2008.03.003
https://doi.org/10.1016/j.cmet.2012.04.003
https://doi.org/10.1016/j.cmet.2012.04.003
https://doi.org/10.1146/annurev-pharmtox-010611-134537
https://doi.org/10.1016/j.nut.2016.09.008
https://doi.org/10.1155/2014/713894
https://doi.org/10.21037/atm.2019.06.77
https://doi.org/10.7150/ijbs.17696
https://doi.org/10.1007/s00018-017-2527-8
https://doi.org/10.1007/s00018-017-2527-8
https://doi.org/10.3892/mmr.2013.1717
https://doi.org/10.1159/000480416
https://doi.org/10.3892/ijmm.2018.3470
https://doi.org/10.1016/j.jneumeth.2019.108351
https://doi.org/10.1016/j.jneumeth.2019.108351
https://doi.org/10.5582/bst.2015.01035
https://doi.org/10.2478/s11658-011-0023-y
https://doi.org/10.2478/s11658-011-0023-y
https://doi.org/10.1111/j.1365-2249.2011.04397.x
https://doi.org/10.1002/art.25055
https://doi.org/10.1056/NEJMra1205406
https://doi.org/10.1136/annrheumdis-2011-200557
https://doi.org/10.1136/annrheumdis-2011-200557
https://doi.org/10.1038/nrrheum.2010.213
https://doi.org/10.1111/cpr.12666
https://doi.org/10.1021/acschemneuro.7b00323
https://doi.org/10.18632/aging.102635
https://doi.org/10.1186/s12933-014-0152-5
https://doi.org/10.1186/s12933-014-0152-5
https://doi.org/10.3390/cells8080928
https://doi.org/10.1177/1947603519847736
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles


Mei et al. 17b-Estradiol Up-Regulates Mitophagy Protecting Chondrocytes
50. Kao XB, Chen Q, Gao Y, Fan P, Chen JH, Wang ZL, et al. SP600125 blocks the
proteolysis of cytoskeletal proteins in apoptosis induced by gas signalingmolecule
(NO) via decreasing the activation of caspase-3 in rabbit chondrocytes. Eur J
Pharmacol (2018) 824:40–7. doi: 10.1016/j.ejphar.2018.01.032

51. Claassen H, Schlüter M, Schünke M, Kurz B. Influence of 17beta-estradiol and
insulin on type II collagen and protein synthesis of articular chondrocytes.
Bone (2006) 39(2):310–7. doi: 10.1016/j.bone.2006.02.067

52. Sniekers YH, Weinans H, Bierma-Zeinstra SM, van Leeuwen JP, van Osch GJ.
Animal models for osteoarthritis: the effect of ovariectomy and estrogen
treatment - a systematic approach. Osteoarthr Cartil (2008) 16(5):533–41.
doi: 10.1016/j.joca.2008.01.002

53. Maneix L, Servent A, Porée B, Ollitrault D, Branly T, Bigot N, et al. Up-
regulation of type II collagen gene by 17b-estradiol in articular chondrocytes
involves Sp1/3, Sox-9, and estrogen receptor a. J Mol Med (Berlin Germany)
(2014) 92(11):1179–200. doi: 10.1007/s00109-014-1195-5
Frontiers in Endocrinology | www.frontiersin.org 12
54. Lee CH, Su SC, Chiang CF, Chien CY, Hsu CC, Yu TY, et al. Estrogen
modulates vascular smooth muscle cell function through downregulation
of SIRT1. Oncotarget (2017) 8(66):110039–51. doi: 10.18632/oncotarget.
22546

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Copyright © 2021 Mei, Lou, You, Jiang, Yu and Guo. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) and the copyright owner(s) are credited and that the original
publication in this journal is cited, in accordance with accepted academic practice. No
use, distribution or reproduction is permitted which does not comply with these terms.
February 2021 | Volume 11 | Article 615250

https://doi.org/10.1016/j.ejphar.2018.01.032
https://doi.org/10.1016/j.bone.2006.02.067
https://doi.org/10.1016/j.joca.2008.01.002
https://doi.org/10.1007/s00109-014-1195-5
https://doi.org/10.18632/oncotarget.22546
https://doi.org/10.18632/oncotarget.22546
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/endocrinology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/endocrinology#articles

	17β-Estradiol Induces Mitophagy Upregulation to Protect Chondrocytes via the SIRT1-Mediated AMPK/mTOR Signaling Pathway
	Introduction
	Materials and Methods
	Chemicals
	Reagents
	Cell Culture and Treatments
	Real-Time PCR Analysis
	Immunostaining and Microscopy
	Protein Extraction and Western Blotting Analysis
	Transmission Electron Microscopy Observation
	Cell Viability Testing
	Cell Proliferation Assay
	Statistical Analysis

	Results
	17β-E2 Promoted the Expression of SIRT1 in ATDC5 Chondrocytes
	17β-E2 Promoted the Expression of Mitophagy-Related Proteins in Chondrocytes
	17β-E2-Induced Mitophagy Was Mediated by SIRT1
	17β-E2 Induced Mitophagy via the SIRT1-Mediated AMPK/mTOR Pathway
	17β-E2 Induced Mitophagy Upregulation to Protect Chondrocytes via SIRT1-Mediated AMPK/mTOR Signaling

	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Supplementary Material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /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 0.40
    /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 false
  /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 0.40
    /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 false
  /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

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /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
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


