
Proliferative vitreoretinopathy (PVR) is a common 
complication of retinal detachment and open-globe injury in 
the posterior segment of the eye [1]. Pathologic changes in 
the RPE are considered to be a key element in the process 
of PVR [2]. The main cell not only forms and shrinks the 
proliferative membrane but also produces the driving factor 
to attract fibroblasts that participate in the formation of prolif-
erative membranes [3]. These RPE cells can then proliferate, 
dedifferentiate, and undergo an epithelial-to-mesenchymal 
transformation to help create the preretinal membranes of 

PVR [4-6]. The exact mechanism involved in the migration 
process of PVR remains to be elucidated.

Fisetin (3,7,3,4-tetrahydroxyflavone) is a f lavonol, a 
structurally distinct chemical substance that belongs to the 
flavonoid group of polyphenols and has been isolated from 
many fruits and vegetables [7]. Previous studies have demon-
strated that fisetin has antimicrobial, anti-inflammatory, 
antioxidant, antitumor, and antimigratory capacities against 
different cancers [8-11]. Hitt et al. reported that fisetin and 
luteolin inhibit the effects of oxidative stress-induced cell 
death in ARPE-19 cells [12]. Research has also shown that 
fisetin can protect ARPE-19 cells from DNA damage–
induced cell death via decreased interleukin-6 (IL-6)/IL-8 
expression, acetylation of p53, and promotion of the SIRT1 
protein [13].

Molecular Vision 2017; 23:900-910 <http://www.molvis.org/molvis/v23/900>
Received 5 April 2017 | Accepted 8 December 2017 | Published 10 December 2017

© 2017 Molecular Vision

900

Fisetin inhibits epidermal growth factor–induced migration 
of ARPE-19 cells by suppression of AKT activation and Sp1-
dependent MMP-9 expression

Hung-Yu Lin,1,2,3,4 Yong-Syuan Chen,5 Kai Wang,1,6,7 Hsiang-Wen Chien,1,6,7 Yi-Hsien Hsieh,5,8,9 Shun-Fa 
Yang1,10

(The last two authors contributed equally to this work.)

1Institute of Medicine, Chung Shan Medical University, Taichung, Taiwan; 2School of Medicine, Chung Shan Medical University, 
Taichung, Taiwan; 3Department of Ophthalmology, Show Chwan Memorial Hospital, Changhua, Taiwan; 4Department of 
Optometry, Yuan Pei University, Hsinchu, Taiwan; 5Institute of Biochemistry, Microbiology and Immunology, Chung Shan 
Medical University, Taichung, Taiwan; 6Departments of Ophthalmology, Cathay General Hospital Sijhih Branch, New Taipei 
City, Taiwan; 7Department of Ophthalmology, Cathay General Hospital, Taipei, Taiwan; 8Department of Biochemistry, School of 
Medicine, Chung Shan Medical University, Taichung, Taiwan; 9Clinical laboratory, Chung Shan Medical University Hospital, 
Taichung, Taiwan; 10Department of Medical Research, Chung Shan Medical University, Taichung, Taiwan

Purpose: Proliferative vitreoretinopathy (PVR) can result in abnormal migration of RPE cells. Fisetin is a naturally 
occurring compound that has been reported to have antitumor effects, but its effects on epidermal growth factor (EGF)–
induced cell migration and the underlying mechanisms remain unclear.
Methods: Effects of fisetin on EGF-induced cell viability and migration were examined with 3-(4,5-dimethylthiazol-
2-yl)-2,5-diphenyltetrazolium bromide (MTT) and in vitro migration assays. Reverse transcription–PCR (RT–PCR) and 
immunoblotting were performed to evaluate matrix metallopeptidase-9 (MMP-9) expression and activation of specificity 
protein-1 (Sp1) and protein kinase B (AKT) in ARPE-19 cells treated with EGF and with or without fisetin. Luciferase 
and chromatin immunoprecipitation (ChIP) assays were performed to examine Sp1 transcription activity and MMP-9 
binding activity.
Results: Fisetin did not affect ARPE-19 cell viability and significantly inhibited the EGF-induced migration capacity of 
ARPE-19 cells. Furthermore, fisetin exerted an antimigratory effect and suppressed MMP-9 mRNA and protein expres-
sion. Treatment with EGF induced phosphorylation of AKT and expression of MMP-9 and Sp1. Fisetin combined with 
LY294002 (an inhibitor of AKT) prevented the EGF-induced migration involved in downregulation of Sp1 and MMP-9 
expression. Luciferase and ChIP assays suggested that fisetin remarkably decreased the EGF-induced transcription activ-
ity of MMP-9 and Sp1 and inhibited EGF-mediated Sp1 from directly binding to the MMP-9 promoter in ARPE-19 cells.
Conclusions: Fisetin inhibited EGF-induced cell migration via modulation of AKT/Sp1–dependent MMP-9 transcrip-
tional activity. Therefore, fisetin may be a potential agent in the treatment of migratory PVR diseases.
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The balance between production and degradation of the 
extracellular matrix (ECM) is tightly regulated, and matrix 
metalloproteinases (MMPs) are associated with the degra-
dation of collagen and other ECM proteins [11]. The family 
of MMPs is thought to be involved in multiple pathways, 
including invasion and metastasis. Specifically, matrix metal-
loproteinase-2 (MMP-2) and matrix metalloproteinase-9 
(MMP-9) degrade collagen of the basement membrane and 
are involved in tumor progression and degenerative diseases 
[14,15]. In addition, other reports have shown that MMP-2 
and MMP-9 activity correlates with PVR membrane forma-
tion [16] and facilitates cell migration in PVR [17]. Patients 
with PVR have higher levels of MMP-2 and MMP-9 expres-
sion [18]. However, the effects of fisetin on EGF-induced cell 
migration via MMP-9 expression in ARPE-19 cells remain 
unknown. During the PVR process, accumulating evidence 
indicates that tyrosine kinase growth factor receptors (RTK), 
such as epidermal growth factor receptor (EGFR), are acti-
vated, leading to cell proliferation and migration in retinal 
cells [19-21]. In the present study, we evaluated the molecular 
mechanism by which fisetin leads EGF-induced RPE cells 
to migrate. We found that fisetin inhibits EGF-induced cell 
migration by modulating the protein kinase B (AKT) regula-
tion of MMP-9 proteins and reducing the expression of Sp1 
transcription factors.

METHODS

Antibodies and reagents: Fisetin was purchased from Sigma 
(St. Louis, MO). EGF was purchased from R&D Systems, 
Inc (Minneapolis, MN). Antibodies against p-AKT (Ser 
473; sc-7985-R), t-AKT (sc-56878), NF-κB (sc-372), c-fos 
(sc-52), Sp1, Lamin B (sc-6216), and β-actin (sc-47778) were 
purchased from Santa Cruz Biotechnology (Dallas, TX). 
MMP-2 (ab92536) and MMP-9 (ab137867) were purchased 
from Abcam (Cambridge, UK). 3-(4,5-dimethylthiazol-2-yl)-
2,5-diphenyltetrazolium bromide (MTT) was purchased from 
Sigma. LY294002 was purchased from Calbiochem (San 
Diego, CA).

Cell culture and treatments: The adult human RPE ARPE-19 
cell line (BCRC No 60,383) was obtained from the Biore-
sources Collection and Research Center, Food Industry 
Research and Development Institute (Hsinchu, Taiwan). The 
ARPE-19 cell lines were analyzed to genotype with short 
tandem repeat (STR) analysis (Case Number: ECID20170003). 
Authentication Service (Mission Biotech, Taipei, Taiwan) 
using tandem repeat analysis plus the Amelogenin gender 
determining locus and was a perfect match for the ATCC 
human cell line CRL-2302 (ARPE-19). The STR analyses are 
presented in Appendix 1. Cells were cultured at 37 °C with 

5% CO2, in Dulbecco’s modified Eagle’s medium-F12 (Gibco, 
Carlsbad, CA) containing 10% fetal bovine serum (FBS) and 
1% penicillin/streptomycin antibiotic. EGF with a 20 ng/ml 
final concentration was used for cell stimulation. For the 
general EGF treatment experiments, cells were starved in 
serum-free medium overnight followed by incubation with 
EGF (20 ng/ml) and fisetin (5 or 10 μM) for another 24 h. For 
the experiments with an inhibitor, LY294002 (30 μM) was 
added to the medium 2 h before EGF (20 ng/ml) or fisetin (5 
or 10 μM) treatment.

Assessment of cell viability: Cell viability was determined 
with an MTT assay as previously described [22]. In the begin-
ning, we plated the cells in 24-well culture plates (2 × 105 
cells/well). Cells were treated for 24 h with different concen-
trations of fisetin or EGF (20 ng/ml) combined with fisetin. 
Then cells were incubated with MTT reagents (5 mg/mg) for 
4 h. After incubation for 4 h, the cells were solubilized with 
isopropanol. Absorbance of the solution was measured using 
a Multiskan Ascent 96 Plate Reader (MTX Lab Systems, 
Bradenton, FL) at 570 nm.

In vitro scratch wound healing assay: The ARPE-19 cells 
were seeded at a density of 8 × 105 cells/well into a 24-well 
plate containing DMEM culture medium supplemented 
with 10% FBS. After incubation for 24 h, the DMEM media 
were completely removed, and the adherent cell layer was 
scratched with a sterile yellow pipette tip. The cells were 
treated with EGF or EGF combined different concentrations 
of fisetin in serum-free DMEM media. Percent migration was 
calculated for the left scratch and then the right scratch as 
previously reported [23].

In vitro migration assay: The ARPE-19 cells were incubated 
with different concentrations of fisetin or EGF (20 ng/
ml) combined with fisetin for 24 h. Migration assays were 
performed in Boyden chambers with minor modifications 
[24]. The wells of the Boyden chambers (48-well, pore size 
8 µm) were seeded with 1 × 105 cells in medium with 0.1% 
FBS. DMEM-F12 medium with 10% FBS was added to the 
lower chamber and served as a chemotactic agent. After 24 
h incubation, nonmigrating cells were wiped from the upper 
side of the membrane. Cells that penetrated the membrane 
were fixed with methanol, the cells were stained with 0.1% 
Giemsa stain for 30 min, and then the migrated cells on the 
underside of the membrane were counted under a microscope 
at 100X magnification. Four random fields of each transwell 
membrane were counted and averaged.

Western blotting: Cells were lysed in NETN buffer, and 
protein concentrations were determined using a Bradford 
Protein Assay kit (Bio-Rad Laboratories, Hercules, CA). 
Equal amounts of protein were separated by sodium dodecyl 
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sulfate–polyacrylamide gel electrophoresis and were trans-
ferred to polyvinylidene difluoride (PVDF) membranes. 
Following blocking with Tris-buffered saline (TBS) 
containing 5% nonfat dry milk for 2 h, the membranes were 
incubated with primary antibodies overnight at 4 °C. After 24 
h, the membranes were incubated with a horseradish peroxi-
dase second antibody for 2 h at room temperature. Immunore-
active bands were detected with enhanced chemiluminescent 
substrate. Band intensities were quantified using Scion Image 
software (Frederick, MD) and were normalized to β-actin.

RNA extraction and reverse transcription–PCR (RT–PCR) 
analysis for mRNA expression of MMP-2 and MMP-9: 
Total RNA was extracted using TRIzol reagent (Invitrogen, 
Carlsbad, CA). cDNA was synthesized with the PrimeScript 
RT Reagent Kit protocol (Takara Bio, Inc, CA). Semiquantita-
tive PCR was performed using GoTaq®qPCR Master Mix 
reagents (Promega Corporation, Madison, WI). RT-PCR 
was performed using GoTaq® qPCR Master Mix reagents 
(Promega Corporation, Madison, WI). The PCR cycle 
was programmed for 30 s at 95 °C for initial denaturation, 
followed by 30 cycles of 30 s at 95 °C for denaturation, 30 s 
at 54°C for annealing, 60 s at 72 °C for extension, and 5 min 

at 72 °C for the final extension. Gene-specific primer pairs 
used for amplification were as follows: for β-actin, 5ʹ-CCA 
TCG TCC ACC GCA AAT-3ʹ (forward) and 5ʹ-CAT GCC 
AAT CTC ATC TTG TTT-3ʹ (reverse); for MMP-2, 5ʹ-CTC 
ATC GCA GAT GCC TGG AA-3ʹ (forward) and 5ʹ-TTC 
AGG TAA TAG GCA CCC TTG AAG A-3ʹ (reverse); and for 
MMP-9, 5ʹ-GTC CAC CCT TGT GCT CTT CC-3ʹ (forward) 
and 5ʹ-GCC ACC CGA GTG TAA CCA T-3ʹ (reverse). β-actin 
was used as an endogenous control.

Extraction of Sp1 protein: The ARPE-19 cells (2 × 106) were 
treated with fisetin in the presence or absence of EGF for 24 
h. Cells were immediately washed twice and centrifuged at 
1,500 ×g for 10 min. Cytoplasmic and nuclear extracts were 
prepared from the cells using the NE-PER nuclear and cyto-
plasmic extraction reagent (Rockford, IL).

Reporter assay analysis for Sp1, NF-κB, AP-1, and MMP-9 
promoter activities: The ARPE-19 cells (5 × 104 cells/
well) were seeded in 24-well cell culture plates. The pGL3-
MMP-9, mutant MMP-9 (Sp1 mutant), -Sp1, -NF-κB, and 
-AP1 promoter were kindly provided by Dr. Yang (Depart-
ment of Medical Research, Chung Shan Medical University, 
Taichung, Taiwan). After 24 h of incubation, the pGL3-basic 

Figure 1. Effects of fisetin on 
EGF in terms of cell viability and 
migration of ARPE-19 cells. A: 
ARPE-19 cells were treated with 
different concentrations of fisetin 
for 24 h and were tested with the 
3- (4,5-dimethylth iazol-2-yl) -
2,5-diphenyltetrazolium bromide 
(MTT) assay. B: ARPE-19 cells 
were t reated with epidermal 
growth factor (EGF; 20 ng/ml) or 
were cotreated with EGF (20 ng/
ml) plus different concentrations 
of fisetin (5, 10, and 20 μM) for 
24 h before analysis with the MTT 
assay. C: In vitro determination 
of cell migration. D: Microscopy 
images of ARPE-19 cell migration 
after scratch (time 0) and after 12 h 
of EGF, EGF (100 ng/ml) or EGF 
(100 ng/ml) plus different fisetin (5 
and 10 μM) treatments. Quantifica-
tion of migrating cells is shown as a 

histogram. Data are presented as the mean ± standard error of the mean (SEM) of at least three independent experiments. **p<0.01 compared 
with control cells.
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(vector) and the MMP-9, -MMP-9 (Sp1 mutant), -Sp1, 
-NF-κB, and -AP1 promoter plasmid were cotransfected 
with a β-galactosidase expression vector (pCH110) into cells 
using TurboFect reagents (Fermentas, Carlsbad, CA). After 
24 h of transfection, the cells were treated with EGF (20 ng/
ml) in the presence or absence of fisetin for 24 h. Luciferase 
and β-galactosidase activities were reported as previously 
described [25]. Luminescence was measured using a Spec-
traMax M Series Multi-Mode Microplate Reader (Molecular 
Devices, Sunnyvale, CA). The value of the luciferase activity 
was normalized for transfection efficiency and was monitored 
with β-galactosidase expression.

Chromatin immunoprecipitation (ChIP): Cells were grown 
to 70% confluence in 10-cm culture dishes. ARPE-19 cells 
(2 × 106/well) were treated with fisetin in the presence or 
absence of EGF for 24 h. Cells were cross-linked with 4% 
formaldehyde for 10 min, 125 mM glycine was added for 5 
min at room temperature, and then the cells were washed 
and harvested in ice-cold PBS (1X; 137 mM NaCl, 2.7 mM 
KCl, 10 mM Na2PO4, 1.8 mM KH2PO4, pH 7.4). The sonified 
chromatin was treated as described previously [26], using 
2 μg of anti-Sp1 (Santa Cruz Biotechnology). Purified DNA 
was used for PCR analysis. The human MMP-9 promoter-
specific primer pairs used for amplification were as follows: 
MMP-9, 5ʹ-CCA TCG TCC ACC GCA AAT-3ʹ (forward) and 
5ʹ-CAT GCC AAT CTC ATC TTG TTT-3ʹ (reverse). Chro-
matin immunoprecipitates from the proteins were amplified 
with PCR, normalized to input, and calculated as percentages 
of inputs.

Statistical analysis: Each data set was presented as mean 
± standard error of the mean (SEM) from at least three 
independent experiments. The significance of the differ-
ences between the sets was assessed with one-way ANOVA 
(ANOVA) followed by Tukey’s multiple comparison test in 
GraphPad Prism version 4 (GraphPad Software, San Diego, 
CA). The differences were considered statistically significant 
at a p value of less than 0.05.

RESULTS

Effect of fisetin on EGF-treated ARPE-19 cell viability: In 
the present study, the results of the MTT assay suggested 
that limited cytotoxicity to ARPE-19 cells was noted after 
treatment with concentrations of fisetin lower than  20 μM 
(Figure 1A). Next, we examined the effect of fisetin on 
EGF-treated cell viability in ARPE-19 cells and found that 
fisetin presented no significant toxicity to the ARPE-19 cells 
that were treated with EGF at concentrations between 5 and 
10 μM for 24 h or were not exposed to EGF (Figure 1B). 
These concentrations were studied further in subsequent 
experiments.

Effect of fisetin on EGF-treated ARPE-19 cell migration: In 
vitro migration assays suggested that EGF (20 ng/ml) treat-
ment resulted in a significant increase in the cell migration 
(Figure 1C) of ARPE-19 cells. Conversely, pretreatment with 
fisetin (5 or 10 μM) markedly reduced cell migration in EGF-
treated ARPE-19 cells (Figure 1C). Similar to the results with 
the wound-healing assay, we found that the rate of wound 
closure increased significantly in the EGF-treated cells and 

Figure 2. Effects of treatment with 
fisetin in EGF-induced MMP-2 and 
MMP-9 expression in ARPE-19 
cells. A: Western blotting for the 
protein of matrix metallopepti-
dase-2 (MMP-2) and MMP-9 in 
epidermal growth factor (EGF; 
20 ng/ml) or following treatment 
with EGF (20 ng/ml) plus fisetin 
(5 and 10 μM) for 24 h. B: Quan-
titative analysis of western blots. 
C: Reverse transcription–PCR 
(RT–PCR) analysis of MMP-2 and 
MMP-9 mRNA expression. D: 
Quantitative analysis of RT–PCR. 
Data are presented as the mean ± 
standard error of the mean (SEM) 

of at least three independent experiments. β-actin was used as internal control. **p<0.01 compared with control cells; #p<0.01 compared 
with fisetin.
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that treatment with EGF combined with fisetin significantly 
delayed wound closure (Figure 1D). These results indicated 
that fisetin significantly inhibits EGF-induced migration in 
ARPE-19 cells.

Fisetin suppressed EGF-induced MMP-9 expression, but 
not MMP-2 expression, in ARPE-19 cells: MMP-2 and 

MMP-9 activation has been shown in the migration of 
ARPE-19 cells [27,28]. Therefore, the effects of fisetin on 
EGF-induced MMP-2/MMP-9 expression were examined. 
The results showed that treatment of ARPE-19 cells with 
fisetin significantly inhibited EGF-induced MMP-9 protein 
expression (Figure 2A,B). RT–PCR analysis showed that the 

Figure 3. Effects of treatment with either fisetin or LY294002 on EGF-induced AKT activation in ARPE-19 cells. A: ARPE-19 cells were 
treated with epidermal growth factor (EGF; 20 ng/ml) or were cotreated with EGF (20 ng/ml) plus fisetin (5 μM) plus LY294002 (30 μM) 
for 24 h; western blots show p-AKT, t-AKT, and matrix metallopeptidase-9 (MMP-9) expression. The reverse transcription–PCR (RT–PCR) 
assay shows MMP-9 mRNA expression. B: The migratory abilities of cells were determined using an in vitro migration assay. Quantification 
of migrated cells is shown as a histogram. Data are presented as the mean ± standard error of the mean (SEM) of at least three independent 
experiments. β-actin was used as an internal control. **p<0.01 compared with control cells; #p<0.01 compared with fisetin.
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Figure 4. Fisetin inhibits the EGF-induced transcriptional activity of MMP-9 by decreasing the DNA-binding activity of Sp1 on the matrix 
metallopeptidase-9 (MMP-9) promoter in ARPE-19 cells. ARPE-19 cells were treated with epidermal growth factor (EGF; 20 ng/ml) or 
were treated with EGF (20 ng/ml) plus fisetin (5 and 10 μM) for 24 h. A: Schematic of the transcription-factor binding regions on the human 
MMP-2 and MMP-9 promoter. B: Luciferase assay analysis of MMP-2 and MMP-9 transcription activity. C–E: Schematic representation of 
reporter plasmids of Sp1, NF-κB, and AP1 promoters (left to right) and responsive elements (upper portion). ARPE-19 cells were transiently 
transfected with reporter plasmids of Sp1, NF-κB, and AP1 promoters and were treated with fisetin for 2 h with or without EGF for 24 h. F: 
Schematic presentation of the MMP-9 promoter Sp1 mutant plasmid (shown at the top) and the luciferase activity of MMP-9. G: Chromatin 
immunoprecipitation (ChIP) analysis of the Sp1 binding to the MMP-9 promoter region treated with fisetin for 2 h with or without EGF 
for 24 h in ARPE-19 cells. Data are presented as the mean ± standard error of the mean (SEM) of at least three independent experiments. 
**p<0.01 compared with control cells; #p<0.01 compared with fisetin.
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mRNA level of MMP-9 increased following EGF (20 ng/ml) 
treatment and then MMP-9 expression was reduced by treat-
ment with fisetin (5 and 10 μM) in a dose-dependent manner 
(Figure 2C,D). However, we found no significant difference 
in the effects on MMP-2 protein or mRNA expression (Figure 
2C,D).

Fisetin suppressed EGF-induced cell migration via inac-
tivation of AKT in ARPE-19 cells: Next, we evaluated the 
effects of fisetin on EGF-regulated AKT signaling pathways, 
because AKT is the downstream effector kinase of EGFR 
and is an important mediator of ARPE-19 cell migration 
[29,30]. The results of the western blotting analysis showed 
that treatment of ARPE-19 cells with fisetin significantly 
inhibited EGF-induced AKT activation (Figure 3A, upper 
portion). To investigate whether the inhibition of MMP-9 by 
fisetin occurred mainly via the inhibition of AKT activation, 
fisetin was combined with EGF in the absence or presence of 
LY294002, an inhibitor of PI3K in ARPE-19 cells. We found 
that fisetin combined with LY294002 significantly reduced 
the EGF-induced protein expression of MMP-9 (Figure 3A, 
upper portion) and mRNA expression of MMP-9 (Figure 
3A, lower portion). In addition, we showed that LY294002 
combined with fisetin markedly inhibited EGF-mediated cell 
migration in ARPE-19 cells (Figure 3B).

Fisetin suppressed EGF-induced transcriptional activation 
of Sp1 and reduced Sp1 binding on the MMP-9 promoter in 
ARPE-19 cells: Based on the results of the RT–PCR assay, 
fisetin significantly decreased the EGF-induced MMP-9 
mRNA expression of ARPE-19 cells. We further determined 
whether fisetin inhibited EGF-induced MMP-9 promoter 
activity and transcription-factor binding activity in ARPE-19 
cells. The luciferase reporter assay demonstrated that EGF 
induced only the promoter activity of MMP-9 but did not 
affect MMP-2 promoter activity (Figure 4A,B). These results 
indicate that fisetin inhibited EGF-induced MMP-9 transcrip-
tional activity. We assessed the effects of fisetin on EGF-
mediated Sp1, NF-κB, and AP-1 luciferase promoter activi-
ties. In the results, EGF induced only Sp1 luciferase promoter 
activity (Figure 4C), and other luciferase promoters seemed 
not to be affected (Figure 4D,E). Treatment of ARPE-19 cells 
with fisetin markedly inhibited EGF-induced Sp1 luciferase 
activity in a dose-dependent manner (Figure 4C). Next, to 
determine the transcription factor Sp1, involved in regula-
tion of MMP-9 transcription, we generated a promoter with 
a mutation in the Sp1-binding site. We observed that fisetin 
did not inhibit the EGF-induced MMP-9 promoter activity 
when the Sp1-binding site was mutated (Figure 4F). To 
explore whether fisetin-inhibited EGF induces the binding 
activity of Sp1, we performed the ChIP assay. We found that 
EGF induces Sp1 binding to MMP-9 promoters in ARPE-19 

Figure 5. Effects of fisetin on EGF-
induced the expression of AKT and 
Sp1 in ARPE-19 cells. A: Western 
blotting of the nuclear fraction of 
Sp1 in epidermal growth factor 
(EGF; 20 ng/ml) or treated with 
EGF (20 ng/ml) plus fisetin (5 
and 10 μM) for 24 h. B: Quantita-
tive analysis of western blots. C: 
Western blotting for the expres-
sion of p-AKT, AKT, and Sp1. D: 
Sp1 activity was detected with the 
luciferase assay. Data are presented 
as the mean ± standard error of 
the mean (SEM) of at least three 
independent experiments. **p<0.01 
compared with control cells; 
#p<0.01 compared with fisetin.
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cells (Figure 4G). In contrast, fisetin treatment significantly 
decreased EGF-induced Sp1 binding to the MMP-9 promoter 
in a dose-dependent manner (Figure 4G). The overall results 
provide strong evidence that fisetin prevents the EGF-induced 
binding activity of Sp1 to reduce the transcription levels of 
MMP-9 in ARPE-19 cells.

Fisetin inhibits EGF-induced accumulation of nuclear Sp1 
via AKT activation in ARPE-19 cells: To determine the role 
of the nuclear translocation of Sp1, we examined the expres-
sion of Sp1 transcription factors in the cells’ nuclear frac-
tions, and we evaluated the AKT-dependent pathway using 
western blotting. We found that fisetin significantly inhibited 
EGF-induced Sp1 translocation to the nucleus in ARPE-19 
cells (Figure 5A,B). However, we also found that LY294002 
combined with fisetin significantly inhibited the EGF-induced 
nuclear fraction of Sp1 (Figure 5C) and decreased the Sp1 
luciferase promoter activity (Figure 5D) in ARPE-19 cells. 
These results showed that fisetin inhibits EGF-induced cell 
migration by suppression of AKT activation and decreased 
the accumulation of nuclear Sp1 expression.

DISCUSSION

This is the first report of the antimigration effects of fisetin 
on ARPE-19 cells. In this study, we found that the flavonoid 
compound fisetin was safe and nontoxic for ARPE-19 cells. 
Fisetin significantly decreased EGF-induced cell migration. 
We also found that the protein and mRNA expression of 
MMP-9 was inhibited by fisetin treatment in EGF-treated 
ARPE-19 cells. Fisetin decreased the EGF-mediated phos-
phorylation of AKT. Fisetin also decreased MMP-9 tran-
scription activity and inhibited Sp1 direct binding to MMP-9 
promoter in ARPE-19 cells. Based on these data, the present 
results provide evidence that fisetin prevented human RPE 
cells from EGF-induced migration with low toxicity and good 
efficacy. For these reasons, fisetin may be a useful supple-
ment to slow the development of PVR in vitro.

Fisetin is isolated from the smoke tree (Cotinus 
coggygria) and is generally found in various fruits and 
vegetables. Some studies have suggested a suppressive effect 
of fisetin on various biologic and biomodulating activities, 
including antiproliferation, antioxidation, and antimigration 
in RPE cells [12,31,32]. Several studies have shown that 

Figure 6. A model describing the 
molecular mechanisms by which 
fisetin suppresses EGF-induced 
ARPE-19 cell migration. Fisetin 
could inhibit EGF induced the 
phosphorylation of AKT, thereby 
inhibited the EGF-induced Sp1 
translocation and MMP-9 transcrip-
tion activity, and further reduced 
migration of ARPE-19 cells.
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EGF induces the EGFR/mitogen-activated protein kinase 
(MAPK)/AKT signal transduction pathway and contributes 
to the proliferation and migration of RPE cells. For these 
reasons, EGF is considered a major factor in the development 
of PVR [33-36]. Previous reports suggested that hepatocyte 
growth factor (HGF) coupled with EGF or heparin-binding 
EGF-like growth factor (HB-EGF) mediates the PVR-related 
changes of RPE by increasing expression of the PKCδ and 
extracellular-signal-regulated kinase (ERK) pathways [37]. 
However, that fisetin with EGF induces PVR-related cellular 
changes in the RPE has not been reported. We found that 
AKT acts downstream of EGFR for cell migration of RPE 
induced by EGF (Figure 2). This finding is consistent with 
the findings of previous studies that demonstrated the role 
of ERK/AKT and PI3K/AKT in mediating cell migration of 
RPE cells induced by EGF [29,30]. Taking advantage of this 
finding, we showed that fisetin acts as an inhibitor of EGF 
signaling and suggested that fisetin could reduce the efficacy 
of EGF in the migration of RPE cells.

MMPs are a family of zinc-dependent endopeptidases 
and are known as proteolytic enzymes that mainly target 
ECM [38]. MMP-9 is a critical molecule and strongly 
correlates with cell migratory and invasive phenotypes, and 
MMP-9 activation reportedly has been correlated with RPE 
cell migration [39]. MMP-9-mediated cell signaling requires 
the presence of growth factor and receptors, such as the 
EGF [33], and EGF activates different intracellular signaling 
pathways in RPE cells, such as glycogen synthase kinase-3 
beta (GSK-3β)/beta-catenin [40], PKCδ/ERK pathways [37], 
and PI3K/AKT [29]. In this study, we found that EGF/AKT-
dependent migration in RPE cells was inhibited by fisetin. 
Interestingly, pretreatment with fisetin significantly reduced 
the EGF-induced phosphorylation of AKT and the MMP-9 
expression (Figure 6). These results provide important infor-
mation suggesting that fisetin could be used as a treatment 
agent for PVR by inhibiting AKT expression that depends on 
MMP-9. Previous studies have indicated that MMP-9 inhibi-
tion is followed by the regulation of MMP-9 promoter activity 
by transcription factors such as NF-κB, AP-1, and SP1 [41-43]. 
In this study, we found that EGF specifically stimulated the 
nucleus and promoted Sp1 expression, and fisetin inhibited 
EGF-stimulated expression of nuclear Sp1 in ARPE-19 cells. 
On one hand, previous reports have suggested that Sp1 is a 
key regulator of the MMP-9 promoter [44] and AKT is associ-
ated with regulating the expression of transcriptional factor 
Sp1 [45,46]. The present results suggested that EGF strongly 
induced the transcriptional activity of Sp1 and direct binding 
to the MMP-9 promoter, which was prevented by fisetin in 
EGF/AKT-mediated Sp1 transcription. To our knowledge, 
this is the first evidence regarding the importance of Sp1 for 

MMP-9 regulation in RPE cells. Therefore, we hypothesize 
that the EGF/AKT/SP1/MMP-9 pathway plays an important 
role in regulating the cell migratory activities in RPE cells.

In conclusion, we found that fisetin prevents human PRE 
cells against EGF-induced migration via AKT regulated on 
MMP-9 transcription activity (Figure 6) and thus, may be 
helpful for the treatment of abnormal migration of RPE cells 
in PVR. Further studies to investigate the effects of fisetin on 
RPE in vivo are warranted. The findings of this study suggest 
that fisetin has the potential to be helpful for the treatment of 
the abnormal migratory activities of RPE cells in PVR.

APPENDIX 1. STR ANALYSIS.

To access the data, click or select the words “Appendix 1.”

ACKNOWLEDGMENTS

This study was supported by a grant from the Chung Shan 
Medical University and Show Chwan Memorial Hospital, 
Taiwan (CSMU-SHOW-104–01).

REFERENCES
1.	 Pastor JC. Proliferative vitreoretinopathy. an overview.  Surv 

Ophthalmol  1998; 43:3-18. [PMID: 9716190].

2.	 Casaroli-Marano RP, Pagan R, Vilaro S. Epithelial-mesen-
chymal transition in proliferative vitreoretinopathy: interme-
diate filament protein expression in retinal pigment epithelial 
cells.  Invest Ophthalmol Vis Sci  1999; 40:2062-72. [PMID: 
10440262].

3.	 Oberstein SY, Byun J, Herrera D, Chapin EA, Fisher SK, 
Lewis GP. Cell proliferation in human epiretinal membranes: 
characterization of cell types and correlation with disease 
condition and duration.  Mol Vis  2011; 17:1794-805. [PMID: 
21750605].

4.	 Hiscott P, Sheridan C, Magee RM, Grierson I. Matrix and the 
retinal pigment epithelium in proliferative retinal disease.  
Prog Retin Eye Res  1999; 18:167-90. [PMID: 9932282].

5.	 Asaria RH, Charteris DG. Proliferative vitreoretinopathy: 
developments in pathogenesis and treatment.  Compr 
Ophthalmol Update  2006; 7:179-85. [PMID: 17007731].

6.	 Takayama K, Kaneko H, Hwang SJ, Ye F, Higuchi A, 
Tsunekawa T, Matsuura T, Iwase T, Asami T, Ito Y, Ueno S, 
Yasuda S, Nonobe N, Terasaki H. Increased Ocular Levels 
of MicroRNA-148a in Cases of Retinal Detachment Promote 
Epithelial-Mesenchymal Transition.  Invest Ophthalmol Vis 
Sci  2016; 57:2699-705. [PMID: 27191822].

7.	 Lall RK, Adhami VM, Mukhtar H. Dietary flavonoid fisetin 
for cancer prevention and treatment.  Mol Nutr Food Res  
2016; 60:1396-405. [PMID: 27059089].

8.	 Pal HC, Sharma S, Elmets CA, Athar M, Afaq F. Fisetin 
inhibits growth, induces G(2) /M arrest and apoptosis of 

http://www.molvis.org/molvis/v23/900
http://www.molvis.org/molvis/v23/appendices/mv-v23-900-app-1.pdf
http://www.ncbi.nlm.nih.gov/pubmed/9716190
http://www.ncbi.nlm.nih.gov/pubmed/10440262
http://www.ncbi.nlm.nih.gov/pubmed/10440262
http://www.ncbi.nlm.nih.gov/pubmed/21750605
http://www.ncbi.nlm.nih.gov/pubmed/21750605
http://www.ncbi.nlm.nih.gov/pubmed/9932282
http://www.ncbi.nlm.nih.gov/pubmed/17007731
http://www.ncbi.nlm.nih.gov/pubmed/27191822
http://www.ncbi.nlm.nih.gov/pubmed/27059089


Molecular Vision 2017; 23:900-910 <http://www.molvis.org/molvis/v23/900> © 2017 Molecular Vision 

909

human epidermoid carcinoma A431 cells: role of mito-
chondrial membrane potential disruption and consequent 
caspases activation.  Exp Dermatol  2013; 22:470-5. [PMID: 
23800058].

9.	 Pal HC, Diamond AC, Strickland LR, Kappes JC, Katiyar SK, 
Elmets CA, Athar M, Afaq F. Fisetin, a dietary flavonoid, 
augments the anti-invasive and anti-metastatic potential of 
sorafenib in melanoma.  Oncotarget  2016; 7:1227-41. [PMID: 
26517521].

10.	 Pal HC, Baxter RD, Hunt KM, Agarwal J, Elmets CA, Athar 
M, Afaq F. Fisetin, a phytochemical, potentiates sorafenib-
induced apoptosis and abrogates tumor growth in athymic 
nude mice implanted with BRAF-mutated melanoma cells.  
Oncotarget  2015; 6:28296-311. [PMID: 26299806].

11.	 Pal HC, Sharma S, Strickland LR, Katiyar SK, Ballestas ME, 
Athar M, Elmets CA, Afaq F. Fisetin inhibits human mela-
noma cell invasion through promotion of mesenchymal to 
epithelial transition and by targeting MAPK and NFkappaB 
signaling pathways.  PLoS One  2014; 9:e86338-[PMID: 
24466036].

12.	 Hytti M, Piippo N, Korhonen E, Honkakoski P, Kaarniranta 
K, Kauppinen A. Fisetin and luteolin protect human retinal 
pigment epithelial cells from oxidative stress-induced cell 
death and regulate inflammation.  Sci Rep  2015; 5:17645-
[PMID: 26619957].

13.	 Hytti M, Szabo D, Piippo N, Korhonen E, Honkakoski P, 
Kaarniranta K, Petrovski G, Kauppinen A. Two dietary 
polyphenols, fisetin and luteolin, reduce inflammation but 
augment DNA damage-induced toxicity in human RPE cells.  
J Nutr Biochem  2017; 42:37-42. [PMID: 28113103].

14.	 Page-McCaw A, Ewald AJ, Werb Z. Matrix metalloproteinases 
and the regulation of tissue remodelling.  Nat Rev Mol Cell 
Biol  2007; 8:221-33. [PMID: 17318226].

15.	 Rosenberg GA. Matrix metalloproteinases and their multiple 
roles in neurodegenerative diseases.  Lancet Neurol  2009; 
8:205-16. [PMID: 19161911].

16.	 Webster L, Chignell AH, Limb GA. Predominance of MMP-1 
and MMP-2 in epiretinal and subretinal membranes of 
proliferative vitreoretinopathy.  Exp Eye Res  1999; 68:91-8. 
[PMID: 9986746].

17.	 Kon CH, Occleston NL, Charteris D, Daniels J, Aylward GW, 
Khaw PT. A prospective study of matrix metalloproteinases 
in proliferative vitreoretinopathy.  Invest Ophthalmol Vis Sci  
1998; 39:1524-9. [PMID: 9660504].

18.	 Gonzalez-Avila G, Mendez D, Lozano D, Ramos C, Delgado 
J, Iturria C. Role of retinal detachment subretinal fluid on 
extracellular matrix metabolism.  Ophthalmologica  2004; 
218:49-56. [PMID: 14688436].

19.	 Steindl-Kuscher K, Krugluger W, Boulton ME, Haas P, Schrat-
tbauer K, Feichtinger H, Adlassnig W, Binder S. Activation 
of the beta-catenin signaling pathway and its impact on RPE 
cell cycle.  Invest Ophthalmol Vis Sci  2009; 50:4471-6. 
[PMID: 19369241].

20.	 Reiter BC, Kamanga-Sollo E, Pampusch MS, White ME, 
Dayton WR. Epidermal growth factor receptor is required 
for estradiol-stimulated bovine satellite cell prolifera-
tion.  Domest Anim Endocrinol  2014; 48:48-55. [PMID: 
24906928].

21.	 Spraul CW, Kaven C, Lang GK, Lang GE. Effect of growth 
factors on bovine retinal pigment epithelial cell migration 
and proliferation.  Ophthalmic Res  2004; 36:166-71. [PMID: 
15103208].

22.	 Cheng HL, Lin CW, Yang JS, Hsieh MJ, Yang SF, Lu KH. 
Zoledronate blocks geranylgeranylation not farnesylation 
to suppress human osteosarcoma U2OS cells metastasis by 
EMT via Rho A activation and FAK-inhibited JNK and p38 
pathways.  Oncotarget  2016; 7:9742-58. [PMID: 26848867].

23.	 Balekar N, Katkam NG, Nakpheng T, Jehtae K, Srichana 
T. Evaluation of the wound healing potential of Wedelia 
trilobata (L.) leaves.  J Ethnopharmacol  2012; 141:817-24. 
[PMID: 22465731].

24.	 Cheng HL, Hsieh MJ, Yang JS, Lin CW, Lue KH, Lu KH, Yang 
SF. Nobiletin inhibits human osteosarcoma cells metastasis 
by blocking ERK and JNK-mediated MMPs expression.  
Oncotarget  2016; 7:35208-23. [PMID: 27144433].

25.	 Yang SF, Lee WJ, Tan P, Tang CH, Hsiao M, Hsieh FK, Chien 
MH. Upregulation of miR-328 and inhibition of CREB-DNA-
binding activity are critical for resveratrol-mediated suppres-
sion of matrix metalloproteinase-2 and subsequent metastatic 
ability in human osteosarcomas.  Oncotarget  2015; 6:2736-
53. [PMID: 25605016].

26.	 Yeh CM, Lin CW, Yang JS, Yang WE, Su SC, Yang SF. Mela-
tonin inhibits TPA-induced oral cancer cell migration by 
suppressing matrix metalloproteinase-9 activation through 
the histone acetylation.  Oncotarget  2016; 7:21952-67. 
[PMID: 26980735].

27.	 Gao Z, Huo L, Cui D, Yang X, Zeng J. The Expression of 
Bone Morphogenetic Protein 2 and Matrix Metalloproteinase 
2 through Retinoic Acid Receptor Beta Induced by All-Trans 
Retinoic Acid in Cultured ARPE-19 Cells. PLoS One. 2016; 
11:e0 150831.

28.	 Lee HS, Jun JH, Jung EH, Koo BA, Kim YS. Epigalloccate-
chin-3-gallate inhibits ocular neovascularization and vascular 
permeability in human retinal pigment epithelial and human 
retinal microvascular endothelial cells via suppression of 
MMP-9 and VEGF activation.  Molecules  2014; 19:12150-72. 
[PMID: 25123184].

29.	 Zhang L, Wang F, Jiang Y, Xu S, Lu F, Wang W, Sun X, Sun X. 
Migration of retinal pigment epithelial cells is EGFR/PI3K/
AKT dependent.  Front Biosci (Schol Ed)  2013; 5:661-71. 
[PMID: 23277077].

30.	 Xu KP, Yu FS. Cross talk between c-Met and epidermal 
growth factor receptor during retinal pigment epithelial 
wound healing.  Invest Ophthalmol Vis Sci  2007; 48:2242-8. 
[PMID: 17460286].

31.	 Du L, Chen J, Xing YQ. Eupatilin prevents H2O2-induced 
oxidative stress and apoptosis in human retinal pigment 

http://www.molvis.org/molvis/v23/900
http://www.ncbi.nlm.nih.gov/pubmed/23800058
http://www.ncbi.nlm.nih.gov/pubmed/23800058
http://www.ncbi.nlm.nih.gov/pubmed/26517521
http://www.ncbi.nlm.nih.gov/pubmed/26517521
http://www.ncbi.nlm.nih.gov/pubmed/26299806
http://www.ncbi.nlm.nih.gov/pubmed/24466036
http://www.ncbi.nlm.nih.gov/pubmed/24466036
http://www.ncbi.nlm.nih.gov/pubmed/26619957
http://www.ncbi.nlm.nih.gov/pubmed/28113103
http://www.ncbi.nlm.nih.gov/pubmed/17318226
http://www.ncbi.nlm.nih.gov/pubmed/19161911
http://www.ncbi.nlm.nih.gov/pubmed/9986746
http://www.ncbi.nlm.nih.gov/pubmed/9660504
http://www.ncbi.nlm.nih.gov/pubmed/14688436
http://www.ncbi.nlm.nih.gov/pubmed/19369241
http://www.ncbi.nlm.nih.gov/pubmed/24906928
http://www.ncbi.nlm.nih.gov/pubmed/24906928
http://www.ncbi.nlm.nih.gov/pubmed/15103208
http://www.ncbi.nlm.nih.gov/pubmed/15103208
http://www.ncbi.nlm.nih.gov/pubmed/26848867
http://www.ncbi.nlm.nih.gov/pubmed/22465731
http://www.ncbi.nlm.nih.gov/pubmed/27144433
http://www.ncbi.nlm.nih.gov/pubmed/25605016
http://www.ncbi.nlm.nih.gov/pubmed/26980735
http://www.ncbi.nlm.nih.gov/pubmed/25123184
http://www.ncbi.nlm.nih.gov/pubmed/23277077
http://www.ncbi.nlm.nih.gov/pubmed/17460286


Molecular Vision 2017; 23:900-910 <http://www.molvis.org/molvis/v23/900> © 2017 Molecular Vision 

910

epithelial cells.  Biomed Pharmacother  2017; 85:136-40. 
[PMID: 27930977].

32.	 Xu XR, Yu HT, Yang Y, Hang L, Yang XW, Ding SH. Quer-
cetin phospholipid complex significantly protects against 
oxidative injury in ARPE-19 cells associated with activation 
of Nrf2 pathway.  Eur J Pharmacol  2016; 770:1-8. [PMID: 
26643168].

33.	 Defoe DM, Grindstaff RD. Epidermal growth factor stimula-
tion of RPE cell survival: contribution of phosphatidylinositol 
3-kinase and mitogen-activated protein kinase pathways.  
Exp Eye Res  2004; 79:51-9. [PMID: 15183100].

34.	 Yan F, Hui YN, Li YJ, Guo CM, Meng H. Epidermal growth 
factor receptor in cultured human retinal pigment epithe-
lial cells.  Ophthalmologica  2007; 221:244-50. [PMID: 
17579290].

35.	 Steindl-Kuscher K, Boulton ME, Haas P, Dossenbach-Glan-
inger A, Feichtinger H, Binder S. Epidermal growth factor: 
the driving force in initiation of RPE cell proliferation.  
Graefes Arch Clin Exp Ophthalmol  2011; 249:1195-200. 
[PMID: 21494877].

36.	 Ducournau Y, Boscher C, Adelman RA, Guillaubey C, 
Schmidt-Morand D, Mosnier JF, Ducournau D. Proliferation 
of the ciliary epithelium with retinal neuronal and photore-
ceptor cell differentiation in human eyes with retinal detach-
ment and proliferative vitreoretinopathy.  Graefes Arch Clin 
Exp Ophthalmol  2012; 250:409-23. [PMID: 21932075].

37.	 Chen YJ, Tsai RK, Wu WC, He MS, Kao YH, Wu WS. 
Enhanced PKCdelta and ERK signaling mediate cell migra-
tion of retinal pigment epithelial cells synergistically induced 
by HGF and EGF.  PLoS One  2012; 7:e44937-[PMID: 
23028692].

38.	 Scorilas A, Karameris A, Arnogiannaki N, Ardavanis A, 
Bassilopoulos P, Trangas T, Talieri M. Overexpression 
of matrix-metalloproteinase-9 in human breast cancer: a 
potential favourable indicator in node-negative patients.  Br 
J Cancer  2001; 84:1488-96. [PMID: 11384099].

39.	 Hao XN, Wang WJ, Chen J, Zhou Q, Qu YX, Liu XY, Xu 
W. Effects of resveratrol on ARPE-19 cell proliferation and 
migration via regulating the expression of proliferating cell 
nuclear antigen, P21, P27 and p38MAPK/MMP-9.  Int J 
Ophthalmol  2016; 9:1725-31. [PMID: 28003970].

40.	 Krugluger W, Seidel S, Steindl K, Binder S. Epidermal growth 
factor inhibits glycogen synthase kinase-3 (GSK-3) and beta-
catenin transcription in cultured ARPE-19 cells.  Graefes 
Arch Clin Exp Ophthalmol  2007; 245:1543-8. [PMID: 
17690899].

41.	 Hah N, Lee ST. An absolute role of the PKC-dependent 
NF-kappaB activation for induction of MMP-9 in hepatocel-
lular carcinoma cells.  Biochem Biophys Res Commun  2003; 
305:428-33. [PMID: 12745093].

42.	 Shin Y, Yoon SH, Choe EY, Cho SH, Woo CH, Rho JY, Kim 
JH. PMA-induced up-regulation of MMP-9 is regulated by 
a PKCalpha-NF-kappaB cascade in human lung epithelial 
cells.  Exp Mol Med  2007; 39:97-105. [PMID: 17334233].

43.	 Murthy S, Ryan AJ, Carter AB. SP1 regulation of MMP-9 
expression requires Ser586 in the PEST domain.  Biochem J  
2012; 445:229-36. [PMID: 22519702].

44.	 Ikari A, Sato T, Takiguchi A, Atomi K, Yamazaki Y, Sugatani J. 
Claudin-2 knockdown decreases matrix metalloproteinase-9 
activity and cell migration via suppression of nuclear Sp1 in 
A549 cells.  Life Sci  2011; 88:628-33. [PMID: 21315735].

45.	 Huang HC, Tsai LL, Tsai JP, Hsieh SC, Yang SF, Hsueh JT, 
Hsieh YH. Licochalcone A inhibits the migration and inva-
sion of human lung cancer cells via inactivation of the Akt 
signaling pathway with downregulation of MMP-1/-3 expres-
sion.  Tumour Biol  2014; 35:12139-49. [PMID: 25149157].

46.	 Zhang L, Kim S, Ding W, Tong Y, Zhang X, Pan M, Chen S. 
Arsenic sulfide inhibits cell migration and invasion of gastric 
cancer in vitro and in vivo.  Drug Des Devel Ther  2015; 
9:5579-90. [PMID: 26487802].

Articles are provided courtesy of Emory University and the Zhongshan Ophthalmic Center, Sun Yat-sen University, P.R. China. 
The print version of this article was created on 10 December 2017. This reflects all typographical corrections and errata to the 
article through that date. Details of any changes may be found in the online version of the article.

http://www.molvis.org/molvis/v23/900
http://www.ncbi.nlm.nih.gov/pubmed/27930977
http://www.ncbi.nlm.nih.gov/pubmed/26643168
http://www.ncbi.nlm.nih.gov/pubmed/26643168
http://www.ncbi.nlm.nih.gov/pubmed/15183100
http://www.ncbi.nlm.nih.gov/pubmed/17579290
http://www.ncbi.nlm.nih.gov/pubmed/17579290
http://www.ncbi.nlm.nih.gov/pubmed/21494877
http://www.ncbi.nlm.nih.gov/pubmed/21932075
http://www.ncbi.nlm.nih.gov/pubmed/23028692
http://www.ncbi.nlm.nih.gov/pubmed/23028692
http://www.ncbi.nlm.nih.gov/pubmed/11384099
http://www.ncbi.nlm.nih.gov/pubmed/28003970
http://www.ncbi.nlm.nih.gov/pubmed/17690899
http://www.ncbi.nlm.nih.gov/pubmed/17690899
http://www.ncbi.nlm.nih.gov/pubmed/12745093
http://www.ncbi.nlm.nih.gov/pubmed/17334233
http://www.ncbi.nlm.nih.gov/pubmed/22519702
http://www.ncbi.nlm.nih.gov/pubmed/21315735
http://www.ncbi.nlm.nih.gov/pubmed/25149157
http://www.ncbi.nlm.nih.gov/pubmed/26487802

	Reference r46
	Reference r45
	Reference r44
	Reference r43
	Reference r42
	Reference r41
	Reference r40
	Reference r39
	Reference r38
	Reference r37
	Reference r36
	Reference r35
	Reference r34
	Reference r33
	Reference r32
	Reference r31
	Reference r30
	Reference r29
	Reference r28
	Reference r27
	Reference r26
	Reference r25
	Reference r24
	Reference r23
	Reference r22
	Reference r21
	Reference r20
	Reference r19
	Reference r18
	Reference r17
	Reference r16
	Reference r15
	Reference r14
	Reference r13
	Reference r12
	Reference r11
	Reference r10
	Reference r9
	Reference r8
	Reference r7
	Reference r6
	Reference r5
	Reference r4
	Reference r3
	Reference r2
	Reference r1

