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Abstract: In the area of drug discovery, repurposing strategies represent an approach to discover new
uses of approved drugs besides their original indications. We used this approach to investigate the
effects of dimethyl fumarate (DMF), a drug approved for relapsing-remitting multiple sclerosis and
psoriasis treatment, on early injury associated with diabetic retinopathy (DR). We used an in vivo
streptozotocin (STZ)-induced diabetic rat model. Diabetes was induced by a single injection of STZ in
rats, and after 1 week, a group of animals was treated with a daily intraperitoneal injection of DMF or a
vehicle. Three weeks after diabetes induction, the retinal expression levels of key enzymes involved in
DR were evaluated. In particular, the biomarkers COX-2, iNOS, and HO-1 were assessed via Western
blot and immunohistochemistry analysis. Diabetic rats showed a significant retinal upregulation of
COX-2 and iNOS compared to the retina of normal rats (non-diabetic), and an increase in HO-1 was
also observed in the STZ group. This latter result was due to a mechanism of protection elicited by
the pathological condition. DMF treatment significantly induced the retinal expression of HO-1 in
STZ-induced diabetic animals with a reduction in iNOS and COX-2 retinal levels. Taken together,
these results suggested that DMF might be useful to counteract the inflammatory process and the
oxidative response in DR. In conclusion, we believe that DMF represents a potential candidate to
treat diabetic retinopathy and warrants further in vivo and clinical evaluation.
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1. Introduction

Diabetic retinopathy (DR) is a complication of diabetes characterized by vascular and
inflammatory issues, sometimes associated with an alteration in the ocular surface [1,2].
Ocular inflammation and oxidative stress play important roles in the pathogenesis of
DR, leading to changes in retinal microcirculation and blood-retinal barriers, as shown in
animal models and in patients [1]. Given the inflammatory role of early diabetic retinopathy,
we believe that drugs such as dimethyl fumarate (DMF) would constitute an attractive
candidate for DR. DMF is a methyl ester of fumaric acid (FA), belonging to the family
of fumaric acid esters, molecules identified in nature in the Fumaria officinalis plant. This
molecule has a molecular weight of 144, and it is an «, f-unsaturated carboxylic ester [3].
DMF has anti-inflammatory and immunomodulatory properties and has been approved
for relapsing-remitting multiple sclerosis and psoriasis treatment.
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DMF is a well-tolerated molecule with well-characterized mechanisms of action [3].
DMEF also has strong potential in eye diseases and might be used in several ocular condi-
tions [4]. The primary pharmacodynamic response to DMF treatment is the activation of
the heme oxygenase-1 (HO-1) gene via the regulation of nuclear factor erythroid-2-related
factor-2 (Nrf2). Much evidence has indicated the critical importance of upregulating HO-1
in mediating anti-inflammatory and antioxidant effects. Therefore, HO-1 overexpression via
pharmacologic modulation or gene transfer may represent a novel strategy for a therapeutic
approach in the future. In the eye, hemin administration and its following over-expression
protect the retina in streptozotocin-induced diabetic rats, reduce inflammation, and pro-
mote corneal wound healing [5]. From a therapeutic perspective, several molecules possess
the ability to activate the Nrf2/HO-1 axis and reduce inflammation in the retina [6,7],
suggesting that the identification of interesting compounds that enhance the expression
of endogenous antioxidant proteins in retinal tissue may have therapeutic value in the
treatment of ocular diseases. In our previous in vitro studies, we demonstrated that the
upregulation of HO-1 gene expression using curcumin and carnosol, well-known natural
HO-1 inducers, reduces high-glucose-induced damage to retinal pigment epithelial (RPE)
and human retinal endothelial (HRE) cells, respectively [7,8]. Moreover, we also demon-
strated that DMF provides significant protection against high-glucose-induced damage
in retinal pigment epithelial (RPE) cells through a reduction in inflammatory cascades [9].
These encouraging results from experiments carried out in in vitro models, which recapitu-
late oxidative stress and inflammation in the diabetic retina, suggest that DMF could reduce
the inflammatory reaction and attenuate damage caused by oxidative stress associated with
high levels of glucose.

Therefore, in this study, we investigated the effect of DMF on an in vivo model of
diabetic retinopathy, assessing the retinal expression of the inflammatory and oxidative
stress biomarkers COX-2, iNOS, and HO-1. Based on the evidence that systemically
impaired glucose metabolism causes dysfunction and changes to metabolic pathways
in the retina after the onset of diabetes [9], we focused our investigations on the third
week after streptozotocin-induced diabetic retinopathy. Diabetic macular edema (DME),
characterized by exudative fluid accumulation in the retina, is the most common form of
sight-threatening retinopathy in patients with diabetes. The pharmacological treatment
of DME is characterized by the intraocular administration of anti-VEGF agents such as
ranibizumab or anti-inflammatory drugs such as dexamethasone. Anti-VEGF agents have a
high retinal anti-permeability effect but no impact on inflammation, and this might explain
the partial response in about one-third of patients [10]. On the other hand, corticosteroids,
approved to handle DME, have poor safety profiles with a high risk of ocular hypertension
and cataracts. The findings presented in this study suggest that DMF could play an
important role in future therapeutic strategies to handle diabetic retinopathy and possibly
prevent DME.

2. Results
2.1. Body Weight and Blood Glucose Levels

Starting on the first experimental day and, subsequently, once a week for the entire
duration of the experimental protocol, a One-Touch Basic blood glucose Test (Accu-Check
Activel, Roche Diagnostic, Milan, Italy) was used to monitor the blood glucose level in
a tail-vein blood sample to confirm that STZ treatment induced hyperglycemia (Table 1).
After the STZ injection and throughout the DMF treatment, animals” body weights were
monitored to avoid weight reductions of more than 10%.
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Table 1. Effects of STZ-induced diabetes on body weight and blood glucose levels after 1 and 3 weeks.
CTRL (non-diabetic) + vehicle, CTRL (non-diabetic) + DMF, STZ injected (diabetic) + vehicle, STZ
injected (diabetic) + DMF injected. Data are expressed as mean & SD. * p < 0.05 vs. CTRL; ** p < 0.01
vs. CTRL.

Non-Fasting

Body Weight Body Weight Non-Fasting Glucose

Groups 1 Week (g) 3 Weeks (g) 1 Wecill?‘(jgsge/dL) 3 Weeks (mg/dL)
CTRL + vehicle 245 £ 15 250 £ 12 106 + 12 104 £ 14
CTRL + DMF 242 + 13 253 £11 105 £ 10 107 +9
STZ + vehicle 235+ 12 229 £ 14 * 321 £15** 312 £ 28 **
STZ + DMF 239 £13 231 £12* 332 £15** 343 £ 10 **

2.2. HO-1, COX-2, and iNOS Protein Expression

To study the effect of DMF on oxidative stress and the inflammatory process in DR,
we assessed the expression profile of HO-1, COX-2, and iNOS via Western blot analysis.
As shown in Figure 1, STZ-injected rats displayed a significant retinal upregulation of
HO-1, COX-2, and iNOS when compared with the retina of non-diabetic rats (* p < 0.05 and
**p <0.01 vs. CTRL). A single intraperitoneal dose of DMF in hyperglycemic rats signifi-
cantly increased the retinal expression of HO-1 (t p < 0.01 vs. STZ + Vehicle), confirming the
role of DMF as an HO-1 inducer exerting antioxidant effects. Moreover, the treatment with
DMEF strongly reduced the expression of the inflammatory factors COX-2 and iNOS, when
compared with diabetic rats (+ p < 0.05 vs. STZ + Vehicle), confirming the anti-inflammatory
role played by DMFE.
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Figure 1. HO-1, COX-2 and iNOS protein expression in the retina of the control group (CTRL), and
diabetic rats (STZ) intraperitonially injected with only Vehicle or DMF. Representative Immunoblot
of signals detected by HO-1, COX-2 and iNOS antibodies obtained using 32ug of tissue homogenate
from whole-retina of non-diabetic (CTRL) and diabetic (STZ) rats following intraperitoneal injection
of saline (Vehicle) or DMF (DMF). The bars show the data of three independent experiments. Image]
software was used to quantify the relative band density. Results are representative of at least three
independent experiments (n = 4). Data are expressed as Mean £ SEM * p < 0.05 or ** p < 0.01 vs.
CTRL, t p < 0.05 vs. STZ, as determined by One-Way ANOVA followed by Tukey post hoc test.
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2.3. HO-1, COX-2, and iNOS Localization in Rat Retina

To assess whether DMF treatment also affects the distribution of HO-1, COX-2, and
iNOS in the retinal layers of hyperglycemic rats, immunohistochemistry analysis was also
carried out (Figures 2 and 3). As shown in Figure 2, in the control groups, HO-1 was
weakly expressed in the INL and in the GCL. The HO-1 signal was more intense in the
INL and the GCL of the STZ group (* p < 0.05 vs. CTRL), but the treatment with DMF
significantly increased the expression of HO-1, not only in the INL and the GCL but also in
the photoreceptor layer (PR) (t p < 0.05 vs. STZ Vehicle, Figure 3). As shown in Figure 3,
COX-2 and iNOS are weakly expressed in all retinal layers of the control group. The
expression of these pro-inflammatory factors is higher in the STZ-injected rats, particularly
in the GCL, INL, ONL, and the PR layer, as well as in the retinal pigmental epithelium
(RPE) (*** p < 0.001 vs. CTRL). An intraperitoneal injection of DMF induced a significant
reduction in their immunosignal in all retinal layers (tt p < 0.01 vs. STZ Vehicle).
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Figure 2. Localization of HO-1 in the retina of the control group (CTRL), and diabetic rats (STZ)
intraperitonially injected with Vehicle or DMF. Representative immunohistochemical staining of HO-1
in retina of non-diabetic (CTRL) and diabetic (STZ) rats following intraperitoneal injection of saline
(Vehicle) or DMF (DMF). Retinal layers are indicated as follows: ganglion cell layer (GCL), inner
plexiform layer (IPL), inner nuclear layer (INL), outer plexiform (OPL), outer nuclear layers (ONL),
photoreceptors layer (PR) and retinal pigmented epithelium (RPE). The bar graphs show the results
of densitometric analyses. Vehicle (white bars) and DMF (gray bars). Results are representative of at
least three independent experiments (n = 4). Data are expressed as Mean + SEM * p < 0.05 vs. CTRL,
tp <0.05 vs. STZ, as determined by One-Way ANOVA followed by Tukey post hoc test.
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Figure 3. Localization of COX-2 and iNOS in the retina of the control group (CTRL), and diabetic rats
(STZ) intraperitonially injected with Vehicle or DMF. Representative immunohistochemical staining of
COX-2 and iNOS in the retina of control animals or diabetic rats (STZ) injected with Vehicle or after DMF
treatment. Retinal layers are indicated as follows: ganglion cell layer (GCL), inner plexiform layer (IPL),
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inner nuclear layer (INL), outer plexiform (OPL), outer nuclear layers (ONL), photoreceptors layer
(PR) and retinal pigmented epithelium (RPE). The bar graphs show the results of densitometric
analyses. Vehicle (white bars) and DMF (gray bars). Results are representative of at least three
independent experiments (n = 4). Data are expressed as Mean £+ SEM *** p < 0.001 vs. CTRL,
11 p <0.01 vs. STZ, as determined by One-Way ANOVA followed by Tukey post hoc test.

3. Discussion

The present study demonstrates that DMF protects the rat retina against streptozotocin-
induced damage via the attenuation of inflammatory cascades that involve the Nrf2/HO-1
pathway, suggesting a potential role in the treatment of diabetic retinopathy. The imbalance
between oxidative stress and antioxidants is a major contributor to RPE loss of function
and damage in many ocular diseases, including age-related macular degeneration (AMD)
and diabetic retinopathy. RPE cells need a high amount of energy to ensure several phys-
iological processes, such as exchanges between the choroid and retinal tissues through
active transport. The primary source of energy for these cells is the (3-oxidation of fatty
acids, which produces many reactive oxygen species (ROS), increasing the risk of oxidative
stress. Lipid peroxidation is a consequence of ROS production, and the high content of
lipids in the retina puts it at high risk for oxidative damage [11]. To deal with the risk of
damage mediated by ROS, RPE cells have antioxidant mechanisms, such as those mediated
by the transcription factor Nrf2, which activate many target genes that regulate several
processes, such as xenobiotic detoxification, redox balancing, heme metabolism, and nicoti-
namide adenine dinucleotide phosphate and NADPH production [12,13]. Indeed, Nrf2
has been recognized as the main regulator of protective gene transcription induced by
several oxidative insults or Nrf2 activators. Under physiological conditions, Nrf2 binds
Keapl—the Kelch-like ECH-associated protein 1, a cysteine-rich protein that is responsible
for its cytosolic sequestration [14]. In the presence of stressors, Keap1 releases Nrf2 that can
translocate into the nucleus and bind to promoters to activate gene expression [15]. The
target genes include phase II detoxifying, metabolizing, and antioxidant genes (NADPH
quinone oxidoreductase 1, NQO1, heme oxygenase 1, HMOX]1, glutamate cysteine lig-
ase, GLC, and glutamate S transferase, GSTs) that convert free radicals to less toxic or
non-toxic elements and protect the cells against the consequences of oxidative damage.
In addition, Nrf2 was found to be a negative regulator of the NADPH oxidase subunit
NOX2. Nrf2~/~ mice showed reduced tolerance to stress in general, and ocular damage
(retinal degeneration characterized by subretinal deposition of lipofuscin, loss of RPE cells,
and choroidal neovascularization, and cataract) develops at 12 months of age [16]. These
mice are more susceptible to retinal damage following optic nerve crush (ONC) injury
and show an increase in oxidative stress markers after injury compared with the wild
type [12]. Similarly, retinal ganglion cell (RGC) loss was found to be higher in Nrf2=/~
in the ischemia-reperfusion (I/R) model of glaucoma [17]. Moreover, the Nrf2 activator
treatment was protective against RGC death in these models.

An important target of Nrf2 is the Hmox1 gene, which encodes heme oxygenase-1
(HO-1), an enzyme responsible for converting heme into biliverdin, carbon monoxide, and
iron [18,19]. Heme degradation by HO-1 reduces oxidative stress, heme being a promoter
of ROS production, and biliverdin and carbon monoxide antioxidants [20]. Hmox1~/~
mice are characterized by a very high perinatal lethality and a very severe form of anemia
due to low levels of serum iron [21-23].

Nrf2 signaling has also been implicated in the pathogenesis of other diabetic compli-
cations, such as diabetic nephropathy: hyperglycemia increases the production of ROS,
activating several downstream signaling pathways in glomerular mesangium, inducing
inflammation and proliferation that cause hypertrophy of the mesangium, extracellular
matrix protein accumulation and glomerular atrophy [24]. Nrf2 has been demonstrated to
be crucial in maintaining the oxidant/antioxidant balance in this context, binding to the
Antioxidant Response Element (ARE) at the promoter region to express genes [25,26]. Nrf2
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levels are low in pre-diabetics and diabetic patients compared with non-diabetics, and this
can explain the oxidative damage and diabetes complications [24].

Agents targeting the Nrf2 pathway have been investigated for their potential ther-
apeutic effects in several diseases. Previous studies showed the beneficial effects of the
induction of HO-1 in the retinal epithelium against oxidative stress derived from phototoxic
damage [27] but also to reduce inflammation, promote wound healing, and protect against
streptozotocin-induced damage [5,28]. The pharmacological induction of HO-1 has been
demonstrated to protect retinal tissues from acute damage following the increase in ROS
generation induced by the ischemia-reperfusion model [29]. Impairment in the Nrf2/HO-1
pathway has been reported in several ocular diseases, such as uveitis, cataracts, glaucoma,
diabetic retinopathy, age-related macular degeneration (AMD), and RGC damage [30,31].
Recently, an interesting in vitro study [32] (on human retinal endothelial cells (HRECs)
exposed to high glucose) showed that DMF activated the Nrf2 pathway, leading to an
increase in HO-1 protein levels and a decrease in intracellular ROS levels. The authors
showed that DMF was able to induce an increase in Nrf2 total protein levels, accompanied
downstream by an upregulation of HO-1 expression, at both the mRNA and protein levels.
This evidence was also supported by immunofluorescence experiments showing Nrf2
nuclear translocation. Finally, these authors found that long-term treatment with DMF, also
at high concentrations (up to 50 uM), was well tolerated in HREC.

A recent study [14] supported the role of oxidative stress in a model of glaucoma and
the important contribution of the endogenous antioxidant Nrf2 pathway to slow the onset
of neurodegeneration after the induction of ocular hypertension and that this pathway
represents an optimal therapeutic target for glaucoma therapies [12]. The knockout (KO)
models for Nrf2/HO-1 exhibit retinal damage [12,16], with an increase in RGC death
and levels of inflammatory markers (IL-6, TNF-«, cyclooxygenase 2, COX-2, iNOS, and
monocyte chemoattractant protein 1, MCP-1) reverted by the administration of HO-1
inducers [33]. Furthermore, the overexpression of Nrf2/HO-1 in the RPE induced by the
administration of an adeno-associated virus (AAV) reverted the retinal damage in mouse
models of retinitis pigmentosa, resulting in slightly better visual acuity [34]. Xiong et al.
demonstrated the neuroprotective effects of the delivery of Nrf2 DNA transported by an
AAV that increased the endogenous antioxidant defenses, protecting photoreceptors and
RGCs from oxidative stress [35]. Ildefonso et al. evaluated the effect of an Nrf2-derived
peptide (a sequence of Nrf2 fused with a cell-penetrating peptide) that binds Keap-1,
intravitreally delivered through an AAV [23]. This product demonstrated antioxidant and
anti-inflammatory effects in different paradigms of ocular damage, an RPE oxidative injury
model and a mouse model of uveitis.

DMEF has been approved for the treatment of patients with psoriasis and relapsing—remitting
multiple sclerosis (RRMS) due to demonstrated immuno-modulatory, anti-inflammatory,
and antioxidant effects [36]. DMF binds and stabilizes Nrf2 and activates the Nrf2 pathway,
thereby increasing the expression of the ARE-driven genes [37]. Therefore, DMF could
be potentially repurposed as a therapeutic option for many diseases, including ocular
diseases characterized by inflammation and oxidative stress [4]. In vivo studies demon-
strated an increase in the level of Nrf2 and NQOL activity in the central nervous system
of animals treated with DMEF. Previous studies showed the neuroprotective role of the
active metabolite of DMF, monomethyl fumarate (MMF), in wild-type C57BL/6] and Nrf2
knockout (KO) mice with retinal ischemia—reperfusion (I/R) injury [38]. MMF significantly
induced antioxidative genes and reduced inflammatory gene expression, decreased cell
loss, and improved retinal function after retinal damage in wild-type mice but not in
Nrf2 KO mice, suggesting that Nrf2 modulation plays a major role in retinal protection.
Recently, Mori et al. [39] showed that DMF ameliorates RGC survival after optic nerve
crush, possibly through the Nrf2/HO-1 axis. DMF treatment prevented retinal injury
in a model of light-induced photoreceptor loss, which resulted in retinal degeneration
tightly linked to oxidative stress and made the damage sensitive to the antioxidant mode
of action of the drug [37]. Moreover, the drug has been tested in patients to study the
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effects of oral administration of DMF (120 mg DMF twice daily for the first week, and then
240 mg DMEF twice daily for 51 weeks) in patients with central or non-central geographic
atrophy (GA), compared with a cohort of subjects with AMD with no specific treatment [4].
Novel delivery systems of DMF for eye conditions are expected, with the aim of improving
ocular bioavailability.

In line with this evidence, the present study demonstrated a significant increase in
HO-1 levels in all retinal layers of the STZ group. Moreover, in our experimental model,
the rise in HO-1 was greater in the INL and the GCL. This increase was further raised by
DMF treatment, with the largest effect observed in the retinal INL, GCL, and PR layers.
This greater activation of HO-1 induced a parallel strong reduction in the inflammatory
protein expression (COX-2 and iNOS) in all retinal layers of STZ-injected rats treated with
DMF in comparison with those treated only with vehicle.

The KO models for Nrf2/HO-1 exhibited retinal damage [12,16], with an increase
in RGC death and increased levels of inflammatory markers (IL-6, TNF-«, cyclooxyge-
nase 2, COX-2,iNOS, and monocyte chemoattractant protein 1, MCP-1), reverted by the
administration of HO-1 inducers [33]. Mori et al. [39] showed that DMF promotes the
survival of RGCs after optic nerve crush, possibly via the Nrf2/HO-1 pathway. Moreover,
the drug is under clinical investigation (www.clinicaltrial.gov NCT04292080) to assess the
effects of oral administration of DMF (120 mg DMF twice a day for the first week, and then
240 mg DMF twice a day for 51 weeks) in patients with central or non-central retinal GA in
comparison with a cohort of subjects with AMD with no specific treatment.

In this study, we observed a remarkable increase in HO-1 levels in all retinal layers of
the STZ group, especially in the INL and GCL, as a physiological protective mechanism
of retinal tissue. This increase was potentiated by DMF treatment, with the largest effect
observed in the retinal INL, GCL, and PR layers. This greater activation of HO-1 induced a
remarkable parallel reduction in the inflammatory protein expression (COX-2 and iNOS) in
all retinal layers of STZ-injected rats treated with DMF in comparison with those treated
only with vehicle.

4. Materials and Methods
4.1. Animals

Male Sprague-Dawley adult rats (weighing 200250 g) were obtained from Charles River
(Calco, Italy) and were handled according to the ARVO Statement for the Use of Animals in
Ophthalmic and Vision Research and the Directive 2010/63/EU of the European Parliament
and of the Council. The protocol was approved by the Institutional Animal Care and Use Com-
mittee of the University of Catania (#279). The animals were fed on standard laboratory food
and were allowed free access to water in a light- and temperature-controlled room with a 12 h
light/12 h dark cycle. Animals were randomly assigned to the following experimental groups
(n=8each group): (1) Control (Non-diabetic) + Vehicle; (2) Control (Non-diabetic) + DMF i.p.
(10 mg/Kg); (3) Diabetic + Vehicle; (4) Diabetic + DMF i.p. (10 mg/Kg).

4.2. Induction of Diabetes

Induction of diabetes was obtained by a single intraperitoneal (i.p.) injection (of strep-
tozotocin (STZ, 60 mg/kg, purchased from Sigma—Aldrich, Milan, Italy). The diabetic state
was confirmed by daily measurement of glycemia (with a blood glucose meter, Accu-Check
Activel, Roche Diagnostic, Milan, Italy), and diabetic rats (blood glucose levels > 250 mg/dL)
were randomly assigned to the vehicle or treatment groups. Body weight was monitored
during the study (no more than 10% body weight loss was observed in diabetic rats).
Non-diabetic control animals received injections (i.p.) of vehicle (citrate buffer alone).

4.3. DMF Treatment

Dimethyl fumarate (DMF) was administered via a daily i.p. injection at a dosage of
10 mg/kg for 3 weeks. At the end of the treatment, the rats were killed by CO, inhalation,
some eyes were enucleated and fixed with 4% paraformaldehyde for immunohistochemical
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staining, and the rest of the eyes were used to collect retina samples, stored in RIPA bulffer,
for Western blot analysis.

4.4. Western Blot Analysis

Western blot analysis was carried out to assess the relative expression levels of HO-1,
COX-2, and iNOS in rat retinal tissue, as previously described [40,41]. Briefly, protein
extraction was performed by using RIPA buffer (Thermo Fisher Scientific, Paisley, UK)
in the presence of phosphatase and protease inhibitors (Thermo Fisher Scientific, Paisley,
UK). Subsequently, each sample was homogenized and sonicated twice for 20 s using an
ultrasonic probe. Quant-iT Protein Assay Kit (Thermo Fisher Invitrogen, Waltham, MA,
USA) was used to determine the protein concentration of the samples, and 32 pg of each
was processed and separated on a Biorad Criterion XT 4-15% Bis-tris gel (BIO-RAD) via
electrophoresis and transferred to a nitrocellulose membrane (BIO-RAD, Hercules, CA,
USA). Blots were blocked using Odyssey Blocking Buffer (LI-COR Biosciences, Lincoln, NE,
USA) and probed with appropriate antibodies: COX-2 (sc-19999, Santa Cruz Biotechnology,
Inc., Santa Cruz, CA, USA), iNOS (sc-651, Santa Cruz Biotechnology, Inc., Santa Cruz, CA,
USA), and HO-1 (#GXGTX101147, GeneTex, Irvine, CA, USA). The secondary antibody
goat anti-rabbit IRDye 800CW (#926-32211; LI-COR Biosciences, Lincoln, NE, USA) and
goat anti-mouse IRDye 680CW, (#926-68020D; LI-COR Biosciences, Lincoln, NE, USA) were
used at 1:20,000. Blots were scanned with an Odyssey Infrared Imaging System (Odyssey).
Densitometry analyses of blots were performed at non-saturating exposures and analyzed
using Image] software (NIH, Bethesda, MD, USA; available at http://rsb.info.nih.gov /ij/
index.html). Values were normalized to 3-tubulin, which was used as the loading control.

4.5. Tissue Preparation for Retinal Histology and Immunohistochemical Staining (IHC)

Eyes were enucleated and fixed overnight with 4% paraformaldehyde in 0.1 M
sodium phosphate (pH 7.6). The paraffin-embedded retina sections were stained with
hematoxylin—eosin, and the micrographs were photographed at 40 x magnification under a
light microscope (Axiovert, Carl Zeiss Inc., Cambridge, UK). IHC analyses were performed
on whole retina, as previously described [42]. Briefly, retinal sections were dewaxed in
xylene, hydrated using graded ethanol, incubated in 0.3% HyO,/methanol solution for
30 min, and then rinsed with phosphate-buffered saline (PBS; Sigma, Milan, Italy). To
reduce non-specific staining, sections were treated with 1% bovine serum albumin (BSA)
in PBS for 1 h and incubated with specific antibodies (for catalog number see “Western
blot analysis” section). After 24 h, HRP-conjugated were used as secondary antibodies,
the immunoreaction was observed using 3,3'-diaminobenzidine solution (DAB), and then
hematoxylin was used as the nuclear counterstain. The sections were examined with a Zeiss
Axioplan light microscope (Carl Zeiss, Oberkochen, Germany) and photographed with a
digital camera (AxioCam MRc5, Carl Zeiss, Oberkochen, Germany). Densitometric analysis
of the immunohistochemical staining was performed with Image] software. HO-1, COX-2,
and iNOS staining in rat retinas was quantified as follows: (i) images were converted to
black and white; (ii) blue channel color was switched off; (iii) average gray values were
then normalized to the control group.

4.6. Statistical Analysis

Data are reported as mean £ S.E.M. One-way analysis of variance (ANOVA) was used
to compare the differences among groups, and statistical significance was assessed using
the Tukey post hoc test. The level of significance for all statistical tests was p < 0.05.

5. Conclusions

The present data demonstrate that DMF treatment protects rat retina against
streptozotocin-induced damage via counteracting oxidative stress and inflammation. In
conclusion, we believe that DMF represents a potential candidate to treat diabetic retinopa-
thy and warrants further in vivo and clinical evaluation.
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