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Abstract: Diabetic retinopathy (DR) is a chronic complication associated with diabetes and the
number one cause of blindness in working adults in the US. More than 90% of diabetic patients have
obesity-associated type 2 diabetes (T2D), and 60% of T2D patients will develop DR. Photoreceptors
undergo apoptosis shortly after the onset of diabetes, which contributes to the retinal dysfunction
and microvascular complications leading to vision impairment. However, how diabetic insults
cause photoreceptor apoptosis remains unclear. In this study, obesity-associated T2D mice and
cultured photoreceptors were used to investigate how decreased microRNA-150 (miR-150) and
its downstream target were involved in photoreceptor apoptosis. In the T2D retina, miR-150 was
decreased with its target ETS-domain transcription factor (ELK1) and phosphorylated ELK1 at
threonine 417 (pELK1ty;7) upregulated. In cultured photoreceptors, treatments with palmitic acid
(PA), to mimic a high-fat environment, decreased miR-150 but upregulated ELK1, pELK1t4;7, and
the translocation of pELK1ty;7 from the cytoplasm to the cell nucleus. Deletion of miR-150 (miR-
150~/ ~) exacerbates T2D- or PA-induced photoreceptor apoptosis. Blocking the expression of ELK1
with small interfering RNA (siRNA) for Elk1 did not rescue PA-induced photoreceptor apoptosis.
Translocation of pELK1t4;7 from cytoplasm-to-nucleus appears to be the key step of diabetic insult-
elicited photoreceptor apoptosis.
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1. Introduction

Diabetic retinopathy (DR) is a chronic complication associated with type 1 and type
2 diabetes (T1D, T2D). It impacts 4.2 million people in the US and 93 million people
worldwide [1]. About 95% of diabetic patients have T2D, and 60% of T2D patients develop
DR in their lifetime [2]. Patients with DR have impaired neural retinas and vascular
integrity, which leads to vision loss and blindness [3]. Intraocular injections of anti-vascular
endothelial growth factor (VEGF) agents are currently the most effective therapy for
inhibiting the angiogenesis seen in DR [4], but less than 50% of patients have improved
vision after 1-2 years of anti-VEGF injections [5]. In general, the current therapies for DR
mainly target the ocular neovascularization at the later stages of DR when visual function
is already damaged and difficult to restore [6]. Therefore, it is important to investigate
the pathological process in the neural retina at the early stages of DR to develop new
therapeutic strategies in the future.

In the diabetic retina, neural dysfunction and degeneration occur early in the de-
velopment of DR. Patients with T1D have thinner neural layers in the retina and visual
dysfunction before the diagnostics of DR [7]. Adolescents with T2D for an average of
two years have reduced retinal thickness and dampened light responses [8]. The loss of
retinal neurons starts from 10 weeks after streptozotocin (STZ)-induced T1D in mice [9],
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and neuronal apoptosis in the retina occurs in T2D (db/db) mice from 20 weeks of age [10].
Among retinal neurons, photoreceptors undergo apoptosis shortly after the onset of dia-
betes [11,12]. Apoptotic photoreceptors can be detected in STZ rats 4 weeks after the onset
of diabetes [11]. In addition, the dysfunction of photoreceptors in STZ mice is associated
with the reduced thickness of the outer nuclear layer (ONL) [13]. Furthermore, diabetic
patients with retinitis pigmentosa (RP), a genetic disease with loss of photoreceptors,
rarely develop DR, even though these patients develop other diabetes-related vascular
diseases [14,15]. In a mouse model of RP, during the period when photoreceptors are un-
dergoing apoptosis, the retinal vasculature is also degenerating. Once the photoreceptors
are completely lost, the vascular degeneration stops [16]. Hence, photoreceptor apoptosis
not only contributes to the neural dysfunction under diabetes but may also adversely
impact diabetic microvascular complications [16]. However, how diabetic insults cause
photoreceptor apoptosis remains unclear.

MicroRNAs (miRs) represent a set of regulators that impact cell proliferation and
apoptosis, and diabetes-associated changes in miR levels have been linked to the develop-
ment of DR [17]. Among them, downregulation of miR-150 is observed in diabetic patients
with DR [18], as well as in the plasma and retina of diabetic animals [19]. Inhibition of
miR-150 promotes apoptosis [20], while overexpression of miR-150 alleviates the apoptosis
of cells under hypoxia [21], and local hypoxia also occurs in the diabetic retina [22,23].
ETS-domain transcription factor (Elk1) is a confirmed target gene of miR-150 that is linked
to apoptosis since overexpression of ELK1 protein has been found to promote apoptosis
in neurons [24]. Transfection of Elk1 in the dendrites of primary neurons induces apopto-
sis [25], while inhibition of EIk1 alleviates the apoptosis of neurons under oxygen—glucose
deprivation [26]. In addition, phosphorylated ELK1 at threonine 417 (pELK17417) is essen-
tial for ELK1-mediated neuronal apoptosis [27]. However, it is unclear whether miR-150
and Elk1 mediate neural apoptosis in the diabetic retina.

In our obesity-associated T2D mouse model induced by a high-fat diet (HFD), the
miR-150 knockout (miR-150~/ ") mice fed with the HFD showed more severe retinal neural
dysfunction compared with the wild-type (WT) mice fed with the HFD [19,28]. In this
study, we compared WT and miR-150/~ mice fed with the HFD (60% fat calories) and
determined the role of miR-150 and Elk1 in photoreceptor apoptosis induced by obesity-
associated T2DR. We further used cultured 661W cells, a mouse photoreceptor cell line [29],
to decipher the relationship between miR-150, Elk1, ELK1, and photoreceptor apoptosis. We
delineated the critical cellular localization of pELK1t4;7 and photoreceptor apoptosis under
palmitic acid (PA), which mimics a high-fat environment for cells. Our data suggest that the
cytoplasm-to-nucleus translocation of pELK11417 could be the key step for photoreceptor
apoptosis in obesity-associated T2DR.

2. Materials and Methods
2.1. Animals

Four-week-old male C57BL/6] mice (wild type, WT) were purchased from the Jackson
Laboratory (Bar Harbor, ME, USA). B6(C)-Mir150tm1Rsky /] (miR-150"/") mice were
originally purchased from the Jackson Laboratory, and a colony was bred and maintained
at Texas A&M University (College Station, TX, USA). Only male mice were used in this
study. All animal experiments were approved by the Institutional Animal Care and
Use Committee of Texas A&M University and were performed in compliance with the
Association for Research in Vision and Ophthalmology (ARVO, Rockville, MD, USA)
Statement for the Use of Animals in Ophthalmic and Vision Research. Mice were housed
under temperature- and humidity-controlled conditions with 12:12 h of light—-dark cycles.
All mice were given food and water ad libitum. At 5 weeks of age (body weight, 20 g), mice
were fed a high-fat diet (HFD; 60% fat calories, 20% protein calories, and 20% carbohydrate
calories; #D12492; Research Diets, New Brunswick, NJ, USA) or a control diet (standard
laboratory chow; 10% fat calories, 20% protein calories, and 70% carbohydrate calories;
#D12450]; Research Diets) for up to 24 weeks. Bodyweight and food intake were measured



Biomedicines 2021, 9, 1135

30f16

weekly. Non-fasting blood glucose levels and glucose tolerance were measured monthly
by taking blood from the tail vein. Glucose levels were measured using a Clarity BG1000
blood glucose monitoring system (Clarity Diagnostics, Boca Raton, FL, USA).

2.2. Cell Culture

The 661W cells [29] were originally obtained from Dr. Al-Ubaidi (University of
Houston, Houston, TX, USA) and cultured in Dulbecco’s modified Eagle medium (DMEM,;
#12-614Q, Lonza, Portsmouth, NH, USA) containing 10% fetal bovine serum (FBS; #511550,
R&D Systems, Minneapolis, MN, USA), 2 mM Glutamax (#35050-061, Gibco/ThermoFisher,
Waltham, MA, USA), 100 pg/mL penicillin and 100 pg/mL streptomycin (#15140-148,
Gibco/Thermo Fisher, Waltham, MA, USA), and 1 mM sodium pyruvate (#58636, Sigma,
St. Louis, MO, USA) at 37 °C and 5% CO,. The 661W cells were treated with 100 uM
palmitic acid (PA, #P5585-10G, Sigma, St. Louis, MO, USA) dissolved in 10% bovine serum
albumin (BSA; #A6003-25G, Sigma, St. Louis, MO, USA) or an equal volume of 10% BSA
(vehicle control) for various times as indicated.

2.3. Lipofectamine Transfection

Cells were transfected using the Lipofectamine 3000 kit (#L3000015, Invitrogen/Thermo
Fisher, Waltham, MA, USA) according to the manufacturer’s instructions. Briefly, the 661W
cells were seeded at 30% confluency and allowed to grow for 24 h to reach 50% confluency.
For Western blot and quantitative real-time RT-PCR (qPCR), the cells were seeded in 6-well
plates and transfected with 30 pmol/well microRNA (miRNA)/small interfering RNA
(siRNA). For terminal deoxynucleotidyl transferase dUTP nick end labeling (TUNEL) and
immunofluorescent staining, the cells were seeded on 12 mm circular coverslips in 24-well
plates and transfected with 10 pmol/well miRNA /siRNA. After the first exchange to nor-
mal culture medium, some cultures were immediately treated with PA or BSA for various
hours. The following miRNAs/siRNAs were used in this study: miRNA negative control
(#4464058, Thermo Fisher), miR-150 mimic (Assay MC10070, #4464066, Thermo Fisher),
miR-150 inhibitor (Assay MH10070, #4464084, Thermo Fisher), siRNA negative control
(#AM4613, Thermo Fisher), and Elk1 siRNA (Assay 261017, #AM16708, Thermo Fisher).

2.4. Terminal Deoxynucleotidyl Transferase dUTP Nick End Labeling (TUNEL)

The TUNEL staining was conducted according to the manufacturer’s instructions
(#11684795910, Roche, Indianapolis, IN, USA). Briefly, cells cultured on coverslips were
fixed with 4% paraformaldehyde for 1 h and permeabilized with 0.1% Triton X-100 in
0.1% sodium citrate at 4 °C for 5 min. After washing with phosphate buffered saline
(PBS), 50 uL of TUNEL reaction mixture (5 pL enzyme + 45 uL label solution) was added
to each coverslip and incubated at 37 °C in a humid dark chamber for 1 h. The slides
were then washed with PBS and mounted with ProLong Gold antifade mountant with
4/ 6'-diamidino-2-phenylindole (DAPL #P36935, Thermo Fisher). The number of TUNEL
positive (TUNEL™) 661W cells was counted from 10-15 regions for each culture well
and normalized to the total number of cells. After deparaffinization, the retinal sections
mounted on glass slides were immersed in 0.1 M citrate buffer (pH 6.0) and microwaved at
750 W for 1 min. After blocking the slides with 5% BSA and washing with PBS, TUNEL
staining was applied as described above. Images were obtained using a Zeiss Axiovert
200M microscope (Carl Zeiss AG, Oberkochen, Germany). The number of TUNEL positive
(TUNELY) photoreceptors in the outer nuclear layer (ONL) of the retina was counted from
5-10 regions for each section and normalized to the ONL area.

2.5. The 3-[4,5-Dimethylthiazol-2-yl]-2,5 Diphenyl Tetrazolium Bromide (MTT) Colorimetric
Assay

The 661W cells were seeded onto 96-well plates at 5.0 x 103 /well and allowed to grow
for 24 h. After various experimental treatments, the proliferation/viability of 661W cells
was determined by the MTT assay following the manufacturer’s protocol (Chem-Impex,
Wood Dale, IL, USA). In brief, cells were incubated with the MTT solution (0.5 mg/mL final
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concentration) for 3 h at 37 °C until a purple precipitate was visible. After washing with
PBS, 100 pL/well dimethylsulfoxide (DMSO) was added, and cells were kept in darkness
at room temperature for 2 h to break the plasma membrane. The absorbance at 570 nm and
the reference absorbance at 690 nm were measured with a spectrophotometer.

2.6. Quantitative Real-Time RT-PCR (qPCR)

After the cells were collected, total ribonucleic acid (RNA) from each sample was
prepared by using a commercially available purification kit (miRNeasy mini kit; #217004,
Qiagen, Germantown, MD, USA). From each sample, 500 ng of total RNA was used to quan-
tify miR-150 or messenger RNAs (mRNAs) by qPCR using a TagMan MicroRNA Reverse
Transcription Kit (#4366596, Thermo Fisher) and SYBR green supermix ROX (#95055-500,
QuantaBio, Beverly, MA, USA) with the CFX Connect Real-Time PCR Detection System
(Bio-Rad, Hercules, CA, USA). The primers (Bioneer, Oakland, CA, USA) of Elk1 (Forward
5'-GCC GGG CCT TGC GGT ACT ACT ATG A-3/, Reverse 5'-GGG TAG GAC ACA AAC
TTG TAG AC-3') and B-actin (Forward 5'-CAA CGG CTC CGG CAT GTG C-3/, Reverse
5'-GTA CAT GGC TGG GGT GTT GAA GGT C-3') were used in this study.

For each experiment, a standard curve was generated with known quantities of RNAs
loaded in curved dilutions (i.e., 2x,1x,1/2,1/4,1/8,1/16, and 1/32). The cycle values,
corresponding to the log values of the standard curve quantities, were used to generate a
linear regression formula. The amplification efficiency of the gPCR reactions (90-100%)
was calculated using the standard curve. The quantification of sample RNA was calculated
by the 2(-24C) method [30] using B-actin as the internal control.

2.7. Western Blot

Samples for Western blots were collected, prepared, and analyzed as described pre-
viously [31,32]. Briefly, 661W cells were harvested and lysed in a Tris lysis buffer (in
mM): 50 Tris, 1 EGTA, 150 NaCl, 1% Triton X-100, 1% B-mercaptoethanol, 50 NaF, and 1
Na3zVOy, pH 7.5. Samples were separated on 10% sodium dodecyl sulfatepolyacrylamide
gels by electrophoresis and transferred to nitrocellulose membranes. The membranes were
blocked in 3% BSA in tris buffered saline Tween 20 (TBST) at room temperature for 1 h
and incubated in primary antibodies overnight at 4 °C. After washing with TBST, the
membranes were incubated in anti-rabbit IgG horseradish peroxidase (HRP)-linked sec-
ondary antibody (1:1000, #7074S, Cell Signaling, Beverly, MA, USA) at room temperature
for 1 h. The blots were visualized using Super Signal West Pico/Femto chemiluminescent
substrate (#34078/#34096, ThemoFisher). Band intensities were quantified using Image J
(National Institutes of Health; NIH, Bethesda, MA, USA). The primary antibodies used in
this study were anti-ELK1 (1:500, #9182S, Cell Signaling) and anti-3-actin (1:2000, #8457L,
Cell Signaling). The band intensities of ELK1 were normalized to those of 3-actin.

2.8. Immunofluorescent Staining (Retina and Cultured Cells)

Mouse eyes were collected, fixed with 4% paraformaldehyde, and processed for
paraffin-embedded sectioning after 24 weeks of the diet regimen. Paraffin sections (4 um)
of the mouse eyes from all four experimental groups were mounted on the same glass
slide. The retina sections were deparaffinized by heating at 57 °C followed by washing
with xylene and serial dilutions of ethanol. Sections were then permeabilized in sodium
citrate buffer (10 mM sodium citrate, 0.05% Tween 20, pH 6.0) at 80 °C for 1 h. The 661W
cells cultured on coverslips were fixed with 4% paraformaldehyde at room temperature for
1 h and permeabilized with 0.1% Triton X-100 in 0.1% sodium citrate at 4 °C for 10 min.

Eye sections or coverslips were then blocked with 10% goat serum in PBS for 2 h at
room temperature and incubated with primary antibodies overnight at 4 °C. After washing
with PBS, sections or coverslips were incubated with secondary antibodies for 2 h at room
temperature and mounted with ProLong Gold antifade mounted with DAPI. Images were
obtained using a Zeiss Axiovert 200M microscope (Carl Zeiss AG, Jena, Germany). All
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fluorescent images were taken under identical settings including light intensity, exposure
time, and magnification [19,31,33].

The fluorescent intensity was measured in the inner and outer segments of photore-
ceptors (IS + OS) and in the outer nuclear layer (ONL) for mouse retina sections or in the
nuclear and cytoplasmic areas of 661W cells using Image] (NIH, Bethesda, MA, USA). The
DAPI stain was used to identify the nuclear regions of the cells. The intensity of pELK1 in
the cytoplasm was measured at the processes of photoreceptors that were 10 um from the
nucleus. The intensity of pELK1 in the nucleus was measured within the DAPI-stained
area. We analyzed 10-15 regions for each culture well. The intensities of ELK1/pELK1
signal in the IS + OS and ONL were measured from 5-10 regions for each retinal section.

The following primary antibodies were used: anti-ELK1 (1:50, #ab131465, abcam,
Waltham, MA, USA) and anti-phospho-ELK1 (T417; 1:50, #ab194795, abcam). The following
secondary antibodies were used: goat anti-rabbit IgG (Alexa Fluor 488; 1:50, #ab150077,
abcam, Irving, TX, USA) and goat anti-rabbit IgG (Alexa Fluor 568, 1:50, # ab175471,
abcam).

2.9. Statistical Analysis

All data are presented as mean =+ standard error of the mean (SEM). Student’s t-test
or one-way analysis of variance (ANOVA) followed by Tukey’s post hoc tests were used
for statistical analyses among groups. Throughout, p < 0.05 was regarded as significant.
Origin 9.0 (OriginLab, Northampton, MA, USA) was used for statistical analyses.

3. Results
3.1. MicroRNA-150 Knockout (miR-150~/~) Exacerbates Apoptosis in the Diabetic Retina

We previously showed that mice develop obesity-associated T2D after 3 months
under the HFD [19,33] and that these mice further develop diabetic vascular leakage
and microvascular degeneration after 6 months of HFD [19,34,35], thus making our HFD
(with 60% fat calories) mouse model suitable to study obesity-associated T2DR. As retinal
neurodegeneration occurs early in the development of DR [8,10], photoreceptors undergo
apoptosis shortly after the onset of diabetes [11]. Inhibition of miR-150 is known to
promote apoptosis of cells under hypoxia [20], a condition also occurs in the early diabetic
retina [22]. Since miR-150 is expressed in the retina, especially in photoreceptors, and
since it is decreased in early diabetic retina and blood circulation [19], we postulated that
decreased miR-150 might exacerbate the apoptosis of photoreceptors in the diabetic retina.

Six months after the diet regimen, the wild-type (WT)-HFD mice had more TUNEL
positive (TUNEL*) photoreceptors measured in the outer nuclear layer (ONL) than the
WT mice with normal chow (WT-Ctrl; 0.59 & 0.20 vs. 0.12 & 0.12), even though there was
no statistical significance (Figure 1). However, the miR-150~/~-HFD mouse retinas had
significantly more TUNEL* photoreceptors than the WI-HFD mice and mice under the
normal diet (Ctrl; Figure 1). These results indicate that HFD induces more severe apoptosis
of photoreceptors in the miR-150~/~ mice than in the WT mice, so photoreceptor apoptosis
under T2D conditions was exacerbated by miR-150 knockout.
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Figure 1. MicroRNA-150 knockout (miR-150"/") exacerbates apoptosis in the diabetic retina.
(A) Wild-type (WT) and miR-150"/~ mice were fed on normal chow (Ctrl) or high-fat diet (HFD)
for 6 months. Terminal deoxynucleotidyl transferase dUTP nick end labeling (TUNEL) staining
of mouse retinal sections shows TUNEL positive (TUNEL+) apoptotic cells in green fluorescence.
The arrows indicate apoptotic photoreceptors in the outer nuclear layer (ONL). The 4/,6’-diamidino-
2-phenylindole (DAPI; blue) stains the cell nuclei. Scale bar: 20 pm. (B) The number of TUNEL+
photoreceptors was counted from 5-10 regions for each retinal section and normalized to the ONL
area. WT-Ctrl: open square; WT-HFD: gray square; miR-150~/~-Ctrl: open circle; miR-150—/~-HFD:
gray circle. * and # indicate statistical significances specified with a horizontal line. Each group has
n =3 (mice). p < 0.05, one-way ANOVA.

3.2. MicroRNA-150 Knockdown Exacerbates Palmitic Acid (PA)-Elicited Apoptosis in Cultured
661W Cells

We next applied PA to cultured photoreceptors to mimic a high-fat environment
in vitro and used MTT assays to examine the viability of cells. The 661W cells were
originally derived from a mouse retinal tumor and characterized as a cone-photoreceptor
cell line for expressing opsins, transducin, and arrestin [29]. The 661W cells treated with
PA (100 uM) for 24 or 48 h showed decreased viability in MTT assays compared with cells
treated with bovine serum albumin (BSA; vehicle control; Figure 2A,B). The decreased
viability suggests increased apoptosis elicited by PA treatments.

As inhibition of miR-150 promotes cell apoptosis, we then tested whether knocking
down miR-150 would exacerbate PA-elicited apoptosis in 661W cells. The 661W cells
were first transfected with a miR negative control (miRNC), miR-150 mimic (150 m), or
miR-150 inhibitor (150 in), then treated with culture medium (Ctrl), BSA (vehicle), or
100 uM PA for 24 h. Consistent with the earlier results (Figure 2A,B), cells treated with
PA had increased apoptosis compared with the BSA- or Ctrl-treated cells transfected with
150 mimic and miRNC (Figure 2C,D). Interestingly, knocking down miR-150 in 661W
cells (150 inhibitor) caused a significant increase in apoptosis regardless of the treatments
(Figure 2D). However, transfection with miR-150 mimic did not attenuate the PA-induced
apoptosis. These data suggest that overexpressing miR-150 in photoreceptors alone might
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not be enough to overturn the PA-induced apoptosis but that an adequate level of intrinsic
miR-150 is necessary for the survival of photoreceptors.
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Figure 2. MicroRNA-150 knockdown exacerbates palmitic acid (PA)-elicited apoptosis in cultured
661W cells (a mouse photoreceptor cell line). The 661W cells were treated with 100 uM PA or BSA
(vehicle control) for 24 h (A) or 48 h (B). and tested cell viability with the 3-[4,5-dimethylthiazol-2-
yl]-2,5 diphenyl tetrazolium bromide (MTT) colorimetric assays. n = 18 for each group. *: p < 0.05,
Student’s t-test. (C) The 661W cells were transfected with a microRNA negative control (miRNC),
miR-150 mimic (150 m), or miR-150 inhibitor (150 in) and then treated with culture medium (Ctrl),
BSA (vehicle control), or 100 uM PA (PA) for 24 h. Green fluorescence indicates TUNEL positive
(TUNEL+), and the blue fluorescence is DAPI staining for cell nuclei. Scale bar: 30 um. (D) The
number of TUNEL+ 661W cells was counted from 10-15 regions for each culture well and normalized
to the total number of cells. MiRNC-Ctrl: open diamond; miRNC-BSA: gray diamond; miRNC-
PA: dark-diamond; 150 mimic-Ctrl: open circle; 150 mimic-BSA: gray circle; 150 mimic-PA: dark
circle; 150 inhibitor-Ctrl: open triangle; 150 inhibitor-BSA: gray triangle; 150 inhibitor-PA: dark
triangle. # indicates statistical difference to the BSA (vehicle). * indicates statistical difference between
150 inhibitor and miRNC, as well as 150 inhibitor and 150 mimic. n = 6 for each experimental group.
p <0.05, one-way ANOVA.

3.3. ETS-Domain Transcription Factor 1 (Elk1) Is a Direct Target of miR-150 and Contributes to
T2D-Induced Apoptosis in Photoreceptors

We then determined how miR-150 and its target genes regulate apoptosis in photore-
ceptors. MicroRNAs and their targets regulate bioactivities in a cell type- and tissue-specific
manner [36,37]. Among the major targets of miR-150 expressed in photoreceptors, EIk1 is
known to promote apoptosis in neurons [24,25]. When 661W cells were transfected with
a miR-150 mimic (150 m), the mRNA expression and protein level of Elk1 were signifi-
cantly decreased, while knocking down miR-150 (150 in) significantly increased the mRNA
and protein of Elk1 (Figure 3). We further examined the protein level of ELK1 and its
phosphorylation at threonine 417 (pELK1t417) in the retinas from mice with six months of
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diet regimens since pELK171417 (the active form of ELK1) is essential for the pro-apoptotic
function of ELK1 [27].
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Figure 3. ETS-domain transcription factor 1 (Elk1) is a direct target of miR-150 in photoreceptors. The
661W cells were transfected with negative control (miRNC; open diamond), miR-150 mimic (150 m;
open circle), or miR-150 inhibitor (150in; gray square) and collected to determine the levels of (A)

Elk1 mRNA using qPCR and (B) ELK1 protein using Western blots. * indicates statistical significance
from the miRNC. p < 0.05, one-way ANOVA.

We specifically analyzed the levels of ELK1 and pELK1r417 in the inner and outer
segments of photoreceptors (IS + OS) as well as in the outer nuclear layer (ONL). We found
that the HFD regimen significantly increased the levels of ELK1 in the cytoplasm (IS + OS)
and nuclei (ONL) of photoreceptors in WT and miR-150~/~ mice (Figure 4). Knockout of
miR-150 (miR-150~/~) upregulated pELK174;7 in the IS + OS of photoreceptors, while HFD
increased pELK1t4;7 in the ONL (Figure 4). It is possible that the HFD-induced apoptosis
in photoreceptors (Figure 1) is mediated by an increase in nuclear pELK1t4;7 (Figure 4)
and that the upregulated cytoplasmic pELK1t417 caused by miR-150 knockout (Figure 4)
exacerbates the HFD-induced apoptosis (Figure 1).

3.4. Treatment with PA Increases ELK1 and Nuclear pELK1 1417, and Knocking Down miR-150
Upregulates ELK1 and Cytoplasmic pELK1 7417 in 661W Cells

We further examined how ELK1 and pELK1t4;7 were altered by miR-150 and PA
treatments in 661W cells. After cells were treated with PA, the levels of ELK1 were
significantly increased in a time-dependent manner, compared with cells treated with
BSA (vehicle; Figure 5A). The 661W cells were first transfected with microRNA negative
control (miRNC), miR-150 mimic (150 m), or miR-150 inhibitor (150 in), and then treated
with 100 uM PA for 24 h. As treatments with PA (24 h) significantly increased ELK1
in all cells, knocking down miR-150 (150 in) further elevated the PA-elicited increase in
ELK1 (Figure 5B). Although transfection with miR-150 mimic (150 m) decreased ELK1
in cells treated with BSA (vehicle), it did not attenuate the PA-induced increase in ELK1
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(Figure 5B), which suggests that overexpression of miR-150 is not sufficient to downregulate
PA-stimulated ELKT1.

Hence, the PA treatments elicited ELK1 upregulation (Figure 5A,B) and induced
apoptosis (Figure 2) in 661W cells. Knocking down miR-150 further increased ELK1
(Figure 5B) and exacerbated the PA-induced apoptosis (Figure 2). However, transfection
with miR-150 mimics did not attenuate the PA-induced increase in ELK1 (Figure 5B),
and it did not overturn the PA-induced apoptosis (Figure 2). Using immunostaining, we
found that cytoplasmic pELK1t417 was decreased in cells transfected with miR-150 mimic
(150 m) but increased in cells transfected with miR-150 inhibitor (150 in) compared with
the control (miRNC; Figure 5C). The PA-treated cells had increased nuclear pELK171417 and
nuclear/cytoplasmic (N/C) ratio of pELK11417 compared with the BSA or control (Ctrl)
group (Figure 5C).
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Figure 4. The high-fat diet (HFD) increases ELK1 (red) and phosphorylated ELK1 at T417 (pELK171417;
green) in the outer nuclear layer (ONL), while microRNA-150 knockout (miR-150~7/7) upregulates
ELK1 and pELK17ty;7 in the inner and outer segments of photoreceptors (IS + OS) after the WT and
miR-150~/~ mice were fed a normal chow (Ctrl) or a high-fat diet (HFD) for 6 months. The signal
intensities of ELK1 and pELK171y4y7 in the IS + OS and the ONL were measured. WT-Ctrl: open
diamond; WT-HFD: gray diamond; miR-150~/~-Ctrl: open circle; miR-150"/": gray circle. * p < 0.05,
one-way ANOVA. Scale bar: 20 pm.
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Figure 5. Treatment with PA increases ELK1 and nuclear pELK17417, and knocking down miR-150
upregulates ELK1 and cytoplasmic pELK1t417 in 661W cells. (A) The 661W cells were treated with
100 uM PA or BSA (vehicle) for 3-24 h and then harvested to determine the protein levels of ELK1
via Western blots. * indicates a statistical significance from the BSA. p < 0.05, one-way ANOVA.
(B) The 661W cells were first transfected with microRNA negative control (miRNC), miR-150 mimic
(150 m), or miR-150 inhibitor (150 in) and then treated with BSA (vehicle) or 100 uM PA for 24 h.
The ELK1 levels were determined by Western blots. miRNC-BSA: open diamond; 150 m-BSA:
open circle; 150 in-BSA: open square; miRNC-PA: gray diamond; 150 m-PA: gray circle; 150 in-PA:
gray square. * indicates a statistical significance when comparing among miRNC, 150m, and 150in.
# indicates a statistical difference between PA and BSA. p < 0.05, one-way ANOVA. (C) The 661W
cells were first transfected with microRNA negative control (miRNC), miR-150 mimic (150 m), or
miR-150 inhibitor (150 in) and then treated with culture medium (Ctrl), BSA (vehicle), or 100 uM
PA (PA) for 24 h. Cells were fixed and immunostained with pELK1t4;7 (red) and DAPI (blue). The
fluorescent intensities of pELK171417 in the nucleus or cytoplasm were quantified with Image]J, and
the intensity ratios of nuclear/cytoplasmic pELK11417 were calculated. miRNC-Ctrl: open diamond;
miRNC-BSA: gray diamond; miRNC-PA: dark diamond; 150 mimic-Ctrl: open circle; 150 mimic-BSA:
gray circle; 150 mimic-PA: dark circle; 150 inhibitor-Ctrl: open triangle; 150 inhibitor-BSA: gray
triangle; inhibitor-PA: dark triangle. For nuclear pELK1r417, # indicates a statistical significance
when compared with BSA. For cytoplasmic pELK17417, * indicates a statistical significance when
compared with miRNC, and # indicates a statistical significance between 150 mimic and 150 inhibitor.
For nuclear/cytoplasmic pELK17417 ratio, # indicates a statistical significance when compared with
BSA, and * indicates a statistical difference when compared with miRNC. p < 0.05, one-way ANOVA.
Scale bar: 30 um.

3.5. Knocking Down Elk1 Decreases PA-Elicited Increases in Total ELK1 and pELK17417 but Does
Not Alleviate PA-Elicited Apoptosis in 661W Cells

In order to verify the functions of ELK1 and pELK1714;7 in regulating apoptosis in
photoreceptors, we knocked down Elk1 in 661W cells by transfecting them with the small
interfering RNA (siRNA) of Elk1 (siElk1). Cells transfected with siElk1 had decreased ELK1
expression compared with the cells transfected with a siRNA negative control (siNC). The
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PA-elicited increase in ELK1 was blocked by siElk1 (Figure 6A). In addition, knocking
down Elk1 (siElk1) decreased the cytoplasmic pELK11417 and also arrested the PA-induced
increase in nuclear pELK17417 (Figure 6B). Thus, knocking down Elk1 effectively inhibits the
PA-elicited increase in ELK1 and pELK17417. As we examined whether downregulation of
Elk1 could alleviate PA-induced apoptosis, we found that PA-induced increase in TUNEL™*
cells was not dampened by transfection with siElk1 (Figure 7). The results indicate that
knocking down Elk1 did not attenuate PA-induced apoptosis.
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Figure 6. Knocking down Elk1 decreases PA-elicited increases in total ELK1 and pELK11417 in 661W
cells. (A) The 661W cells were transfected with siRNA negative control (siNC) or Elk1 siRNA (siElk1)
and treated with culture medium (Ctrl), BSA, or 100 uM PA (PA) for 24 h. The ELK1 levels were
determined by Western blots. siNC-Ctrl: open diamond; siElk1-Ctrl: open triangle; siNC-BSA: gray
diamond; siElk1-BSA: gray triangle; siNC-PA: dark diamond; siElk1-PA: dark triangle. The left panel
* indicates a statistical significance between siNC and siElk]; p < 0.05; Student’s t-test. The right panel
* indicates a statistical significance between groups specified with a horizontal line; p < 0.05, one-way
ANOVA. (B) The 661W cells were cultured on coverslips and transfected with siRNA negative control
(siNC) or Elk1 siRNA (siElk1) and treated with culture medium (Ctrl), BSA, or 100 uM PA (PA) for
24 h. Cells were fixed and immunostained with pELK1t4;7 (red) and DAPI (blue). The fluorescent
intensities of pELK17417 in the nucleus or cytoplasm were quantified with Image]J, and the intensity
ratios of nuclear/cytoplasmic pELK1147 were calculated. siNC-Ctrl: open diamond; siNC-BSA: gray
diamond; siNC-PA: dark diamond; siEIk1-Ctrl: open triangle; siEIk1-BSA: gray triangle; siElk1-PA:
dark triangle. For nuclear pELK1747, * indicates a statistical significance when compared with
siNC-BSA. For cytoplasmic pELK11y417, * indicates a statistical significance between siNC and siElk1
regardless of treatments (Ctrl, BSA or PA). For nuclear/cytoplasmic pELK1t417 ratio, # indicates a
statistical significance when compared with the BSA within siNC or siElk]. * indicates a statistical
significance between siElk] and siNC specified with a horizontal line. p < 0.05, one-way ANOVA.
Scale bar: 30 um.
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Figure 7. Knocking down Elk1 does not alleviate PA-elicited apoptosis in 661W cells. The 661W cells
were first transfected with siRNA negative control (siNC) or EIk1 siRNA (siElk1) and treated with
culture medium (Ctrl), BSA, or 100 uM PA (PA) for 24 h. The TUNEL+ cells are green, and DAPI
stained nuclei are blue. The ratio of TUNEL+ cells/total cells within each defined field was calculated.
siNC-Ctrl: open diamond; siNC-BSA: gray diamond; siNC-BSA: dark diamond; siElk1-Ctrl: open
triangle; siElk1-BSA: gray triangle; siEIk1-PA: dark triangle. * indicates a statistical significance. n = 6
experimental trials for each group. p < 0.05, one-way ANOVA. Scale bar: 30 pum.

4. Discussion

We previously found that miR-150 knockout exacerbated retinal neural dysfunction
and vascular degeneration in obesity-associated T2DR in mice [19,28]. MiR-150 is decreased
in the retina of DR patients and diabetic mice [19], but how this decrease contributes to
the pathogenesis of DR is unknown. The neural retina has the highest oxygen consump-
tion rate among all tissues, including the brain [38], thus making it (especially the retinal
photoreceptors) prone to hypoxia-induced apoptosis. There is local hypoxia in the dia-
betic retina, and apoptosis of photoreceptors occurs shortly after the onset of diabetes
and may contribute to neural dysfunction and vascular degeneration [13,16]. Inhibition
of miR-150 is known to promote apoptosis [20,39], while overexpressing miR-150 can
reduce the apoptosis of cells under hypoxia/ischemia conditions [21,40]. However, some
cancer or endothelial cells with miR-150 overexpression have increased apoptosis under
different treatments [41,42]. Thus, the function of miR-150 in regulating apoptosis might
be tissue-specific and treatment-dependent, which might also be associated with its direct
downstream targets. In this study, we report that the miR-150~/~-HFD mice had more
severe apoptosis of photoreceptors than the WT-HFD mice (Figure 1), and knocking down
miR-150 exacerbated the PA-induced apoptosis in 661W cells (Figure 2C,D). These results
imply that decreased miR-150 exacerbates the apoptosis of photoreceptors under T2D
conditions. Interestingly, knocking down miR-150 in 661 W cells caused a significant
increase in apoptosis regardless of treatments (Figure 2D). This is partly different from the
TUNEL staining results in the mouse retina, where the deletion of miR-150 (miR-150—"/")
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did not increase apoptosis without the HFD regimen (Figure 1). Since other cell types (e.g.,
Muller glial cells) in the retina may play a role in neuroprotection under stress, the retinal
photoreceptors could be more resilient to the miR-150~/~ condition in vivo compared with
isolated photoreceptors in culture. Alternatively, there might be some compensatory mech-
anisms against photoreceptor apoptosis during the development of T2DR in miR-150~/~
mice. This might require further investigations using conditional knockout animal models.

Elk1 is a bona fide target of miR-150 [43]. We found that ElkI (mRNA) and ELK1
(protein) were decreased with miR-150 overexpression and increased with miR-150 knock-
down in 661W cells (Figure 3A,B). The ELK1 expression was increased by T2D conditions
(HFD or PA) in the mouse retina and 661W cells and was further increased by knock-
ing down miR-150 (Figures 4 and 5A,B). Overexpression of ELK1 is known to promote
apoptosis in neurons [24,25], but apoptosis in most cancer cells is reduced by ELK1 over-
expression [44—46]. As a transcription factor, ELK1 might regulate different downstream
molecules in different types of cells/tissues and elicit paradoxical responses. We found
that increased ELK1 (Figures 4 and 5B) positively correlates with the increased apoptosis
in photoreceptors of HFD mice (Figure 1) and in PA-treated 661W cells (Figure 2D), similar
to neurons [24,25]. Knocking down Elk1 was able to reduce the expression of ELK1 in
PA-treated 661W cells (Figure 6A) but did not alleviate the PA-induced apoptosis (Figure 7).
Thus, it is possible that the function of ELK1 in regulating apoptosis could be cell-type
dependent. In retinal photoreceptors, downregulation of ELK1 might not be sufficient to
completely overcome T2D-elicited apoptosis.

Phosphorylated/activated ELK1 has a positive correlation with increased apoptosis
in neurons, but it is phosphorylation site-dependent [27]. Overexpression of WT Elk1 or
mutated ElkI (S383A) induced apoptosis in cultured primary neurons, but overexpression
with a different mutated EIk1 (T417A) does not induce apoptosis, which indicates that
PELK171y4;7 is the active form of ELK1 that mediates neuronal apoptosis [27]. We found
that the HFD regimen or PA treatments increased nuclear pELK171417 and that miR-150
knockout or knockdown increased cytoplasmic pELK171417 in mouse retinal photoreceptors
or cultured 661W cells, respectively (Figures 4 and 5C). There is a positive correlation
between the HFD- or PA-elicited increase in nuclear pELK17417 and increased photoreceptor
apoptosis (Figures 1B and 2D), which suggests that the T2D-induced increase in nuclear
PELK1t417 could contribute to retinal photoreceptor apoptosis. Downregulation of miR-150
not only increases cytoplasmic pELK171417 but also promotes apoptosis.

Apoptosis can be mediated by the mitochondrial permeability transition pore complex
(PTP) that initiates mitochondrial swelling and membrane potential depolarization that
leads to cell death [47]. There is a protein—protein interaction between ELK1 and PTP in
the brain, and cytoplasmic ELK1 can be isolated from purified mitochondrial fractions.
Furthermore, cell apoptosis induced by Elk1 overexpression can be blocked by a PTP
inhibitor in cultured primary neurons [24]. Thus, under T2D conditions, upregulated
cytoplasmic pELK1t417 would have increased interactions with mitochondrial PTP, which
might further accelerate photoreceptor apoptosis. However, while transfection with miR-
150 mimics decreased cytoplasmic pELK1r4;7, it did not reduce nuclear pELK1t4;7 or
overcome PA-elicited apoptosis. We noticed that the nuclear/cytoplasmic (N/C) ratio of
pELK171417 remained comparable between the 150m-PA and the miRNC-PA cells (Figure
5B) and between the siElk1-PA and siNC-PA cells (Figure 6B). The N/C ratio represents the
cytoplasm-to-nucleus translocation of pELK171417, which is important for transactivating the
downstream targets of Elk1 and regulating apoptosis [48,49], as the translocation of ELK1 to
the cell nucleus correlates with increased apoptosis in neurons [48]. Fos proto-oncogene (c-
Fos) and myeloid cell leukemia 1 (Mcl1) are downstream targets of ELK1 that also mediate
apoptosis [50,51]. Upregulated c-Fos promotes pathology-induced apoptosis in neurons,
while downregulation of c-Fos/Mcl1 alleviates apoptosis [50,51]. Therefore, blocking the
translocation of pELK17417 to the nucleus may be necessary to mitigate diabetes-associated
apoptosis in photoreceptors.
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