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ABSTRACT

Purpose: To determine the effect of gallic acid or its combination with glibenclamide on some biochemical markers and histology 
of the cornea of streptozotocin (STZ) induced diabetic rats. Methods: Following induction of diabetes, 24 male albino rats were 
divided into four groups of six rats each. Groups 1 and 2 (control and diabetic) received rat pellets and distilled water; group 3 (gallic 
acid) received rat pellets and gallic acid (10 mg/kg, orally) dissolved in the distilled water; and group 4 (gallic acid + glibenclamide) 
received rat pellets, gallic acid (10 mg/kg, orally), and glibenclamide (5 mg/kg, orally) dissolved in the distilled water. The treatments 
were administered for three months after which the rats were sacrificed after an overnight fast. Blood and sera were collected 
for the determination of biochemical parameters, while their eyes were excised for histology. Results: STZ administration to 
the rats induced insulin resistance, hyperglycemia, microprotenuria, loss of weight, oxidative stress, inflammation, and alteration 
of their cornea histology, which was abolished following supplementation with gallic acid or its combination with glibenclamide. 
Conclusion: The study showed the potentials of gallic acid and glibenclamide in mitigating systemic complication and histological 
changes in the cornea of diabetic rats induced with STZ.
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Introduction 

Diabetes mellitus (DM) is a group of metabolic disorders that affect the metabolism of carbohydrates, lipids, and 
proteins1. The increasing global prevalence of DM and its association comorbidities has made DM one of the diseases 
of great concern in the XXI century. With the increasing prevalence of DM, ocular complications, which are among the 
comorbidities of DM, have come to light as key causes of blindness worldwide2. Studies have shown that over 25% of people 
that suffer from DM have ocular complications, such as: retinopathy, glaucoma, cataract, scotoma, and corneal abnormalities 
(collectively called diabetic keratopathy)3–7. 

Whereas many studies have focused on diabetic retinopathy (DR), few studies investigated diabetic cornea complications2. 
Research in this area has become necessary since corneal complication was reported as the third leading cause of blindness 
that provokes serious damage to the visual quality of patients’ life8,9, and epidemiological studies reported that about 70% 
of diabetic patients suffer from cornea complications/pathology during the process of DM7,10. 

One of the key culprits in the pathogenesis of ocular complications is oxidative stress11. The eye is more susceptible 
to oxidative stress than other body tissues because of its continuous exposure to environmental chemicals, radiation and 
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atmospheric oxygen, its high levels of membrane bound polyunsaturated fatty acids, higher glucose oxidation, and oxygen 
utilization. Oxidative stress induced by hyperglycemia triggers mitochondrial dysfunction and reactive oxygen species (ROS) 
accumulation, depleting the antioxidant defense systems. This leads to a decline in corneal epithelial cell density and loss 
of epithelial function, which are involved in the pathogenesis of diabetic corneal complications2,9,11. 

Chronic hyperglycemia also causes increased expression of proinflammatory mediators such as cytokines and chemokines, 
as well as over expression of proapoptotic genes, that lead to the initiation and progression of diabetic ocular diseases including 
corneal complication2,12. In fact, inflammatory mediators such as tumor necrosis factor-α (TNF-α), interleukins, and vascular 
endothelial growth factor (VEGF) can cause morphological changes in the cornea, leading to decreased functionality of the 
cornea2,12. Although the exact way hyperglycemia causes blindness has not been fully understood, several mechanisms have 
been proposed, such as systemic and intraocular formation of ROS and pro-inflammatory cytokines that lead to pathological 
and biochemical changes, for example protein glycation (as seen in HbA1C) and advanced glycation end products (AGEs) 
formation, increased VEGF expression and cellular signaling by vascular basement membrane thickening13–17. 

While several interventions–metformin, glibenclamide, acarbose etc.–are currently being used to manage DM, these drugs 
have not been found to be very effective in preventing the progression to diabetic complications or in treating these diabetic 
complications. In addition, their usage has also been associated with adverse effects. Therefore, alternative approaches that 
can be used to manage DM and prevent its progression to the development of complications including ocular complications 
are currently being sought after. The use of supplements and plant compounds to enhance the body’s antioxidant system 
can prevent over production of ROS and the development of diabetes and related complications including onset of ocular 
complications11 that can progress to loss of vision. 

Gallic acid (GA) is a plant polyphenol that is found in vegetables, grapes, berries, tea, fruit juices, and wine. Some of 
the pharmacological properties credited to gallic acid include antioxidant, anti-obesity, anti-inflammatory, antimutagenic, 
cardioprotective, antimicrobial, anticancer, and antihyperglycemic properties18,19. 

Glibenclamide (GBL) is a second-generation sulfonylurea that achieves glycemic control by provoking insulin release 
through blockage of the ATP-sensitive K+ channels and depolarization of the pancreatic beta cells20,21. The drug is reported 
to be effective at decreasing plasma glucose concentration and reducing HbA1C by approximately 1 to 2%22. Further, the 
capacity of GBL to mitigate oxidative stress biomarkers in experimental models of DM has been reported21. 

In recent decades, there has been a heightened interest in the use of combined therapy in treating different medical 
conditions21. This approach has especially been recommended for DM treatment to improve treatment outcomes, maintain 
a normal physiological level of HbA1C, prevent the development of microvascular and macrovascular complications and 
mitigate potential adverse effects21,23,24. Whereas GA and GBL monotherapies have been reported in the management of 
DM in experimental animals18–21, the effect of the combined therapy on diabetes management in humans or experimental 
animals has not been reported. 

Considering the increasing global prevalence of DM and its contribution to ocular complications globally, and the 
limitations of the currently used antidiabetic drugs in preventing progression to diabetic complications, this study was 
designed with the following objectives:
•	 To determine the possibility of achieving better glycemic control (using blood glucose and glycated hemoglobin-HbA1C 

as markers) with GA and GBL polytherapy compared with GA alone in streptozotocin (STZ) induced diabetic rats; 
•	 To evaluate the effect of the polytherapy on the body weights, serum insulin, homeostatic model assessment insulin 

resistance (HOMA-IR), oxidative stress index (malondialdehyde–MDA), antioxidant status (superoxide dismutase–
SOD, glutathione peroxidase–GPx, reduced glutathione–GSH, glutathione-S-transferase–GST), oxidative stress index 
(MDA) and inflammatory markers (nuclear factor kappa B–NFkB, TNF-α, inducible nitric oxide synthase–iNOS, 
VEGF) in the sera of the diabetic rats;

•	 To determine the effect of the combined therapy on the histological changes in the cornea of the diabetic rats. 
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Methods

Chemicals

The enzyme-linked immunosorbent assay (ELISA) kits used for this study were products of Elab Science, China. 
Other used chemicals/reagents not itemized herein were also of the highest analytical quality.

Animals

Thirty male albino Wistar rats (aged 6 weeks, with weight of 130 to 150 g) were purchased for this study. The rats were 
kept singly in stainless cages under a 12-h light/dark cycle and temperature of 22°C ± 2°C and were allowed to acclimate for 
two weeks to their diets and environment. Ethical approval for this study was granted by the Sanmenxia Central Hospital 
Animal Ethical Committee (research ethics approval number 211B01). All the guidelines for the care and handling of 
laboratory animals, as reported by the US National Institute of Health, were followed. 

Induction of diabetes mellitus

After the acclimation period, STZ solution was prepared by dissolving 0.1 g of STZ in 5 mL of freshly prepared sodium 
citrate buffer 0.1 M, pH 4.5. The solution was immediately injected to 24 of the rats, intraperitoneally at the dose of 65 mg/kg 
body weight, following an overnight fast, while the remaining six rats served as the control. Five percent glucose water was 
provided ad libitum to the rats, and it was removed the next day to partially protect the pancreatic beta cells of the rats from 
STZ induced hypoglycemia and prevent early mortalities. 

Type 1 DM was confirmed seven days after STZ injection with a fasting blood glucose concentration ≥ 200 mg/dL 
using a blood glucose meter. Eighteen rats were confirmed to be diabetic, while the rest of the STZ administered rats were 
excluded from the study. 

Experimental design

The rats (control and diabetic) were categorized into four groups of six rats each and treated as follows:
•	 Group 1 (control): received rat pellets and distilled water;
•	 Group 2 (diabetic): received rat pellets and distilled water;
•	 Group 3 (GA): received rat pellets and oral administration GA (10 mg/kg) dissolved in the distilled water; 
•	 Group 4 (GA + GBL): received rat pellets, GA (10 mg/kg, orally) and GBL (5 mg/kg, orally) dissolved in the distilled water. 

The doses of GA and GBL that were chosen for this study were based on previous studies19,21. The body weights of the 
rats were measured weekly, while their feed intakes were measured daily. The treatments or diets were administered for 
three months after which the rats were fasted overnight, and, on the next day, their blood glucose concentrations were 
determined with a glucose meter, using the blood that was obtained by pricking their tails. Their final body weights were also 
recorded. The rats were subsequently anesthetized with ketamine (90 mg/kg) and xylazine (5 mg/kg), and blood was drawn 
from their heart. 

The harvested blood samples were divided into two parts. The first part was kept in plain tubes and centrifuged (3,000 × 
g for 10 min) to obtain the sera, which were analyzed for insulin, total protein, albumin, SOD, GPx, GSH, GST, MDA, NFkB, 
TNF-α, iNOs, and VEGF concentrations. The second part of the blood was put in heparin tubes for the analysis of HbA1C. 

Preparation of the eyes for histology

The right eyes of the rats were collected and blotted. They were subsequently fixed in 10% formalin fixative and used for 
histology studies. The fixed eye tissues were sliced to 1 cm thickness and put in cassettes. Subsequently, they were processed, 
embedded in molten paraffin, and cooled to form paraffin blocks. The blocks were sectioned at 5 μm and stained with 
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hematoxylin and eosin (H&E) for viewing under a light microscope. Pathological pictures of the cornea were taken at × 400 
under an optical microscope (Olympus BX51, Japan). 

Determination of serum insulin concentration, insulin resistance, and blood HbA1C

Insulin assay was conducted with assay kits for insulin (Monobind Inc.), and results were reported as μU/mL. Homeostasis 
model assessment of insulin resistance (HOMA-IR) was calculated using Eq. 125: 

	 HOMA-IR = [Serum insulin (μU/mL) × fasting blood glucose (mmol/L)/22.5)� (1)

Assay for HbA1C concentrations in the rats’ blood was done following Karl et al.’s26 procedure.

Determination of serum total proteins and albumin in the sera

The concentrations of total proteins and albumin in the sera of the rats were determined using their respective kits 
(Biosystems kits) following the manufacturer’s described protocol. 

Assay of antioxidant status and lipid peroxidation in the sera

The SOD activity in the rats’ sera was measured using Winterbourn et al.’s27 method. Results were reported as units 
per mL. GPx activity in the sera of the rats was measured following Dogan et al.’s28 method, and results were reported as 
units per mL. The concentration of reduced glutathione (GSH) was analyzed using Annuk et al.’s29 method, and results 
were reported as μmol/mL. GST activity was measured using Habig et al.’s30 method, and results were reported as units/mL. 
Lipid peroxidation in the rats’ sera was analyzed following Ohkawa et al.’s31 protocol, and results were expressed as nmol 
of MDA/mL. 

Assay of pro-inflammatory cytokines in the sera

The concentrations of the cytokines-NFkB, TNF-α, iNOs and VEGF in the sera of the rats were measured using ELISA 
kits (rats’ NF-kB ELISA kit: CUSABIO; rats’ TNF-α ELISA kit: Elabscience; rats’ iNOS ELISA kit: CUSABIO; and rats’ VEGF 
ELISA kit: CUSABIO), following the protocols that were described by the manufacturer. Results obtained were expressed 
as pg per mL for NFkB and TNF-α, units/mL for iNOS and pg/mL for VEGF, respectively. 

Statistical analysis

Statistical analyses were performed using the IBM Statistical Package for the Social Sciences 23 software (SPSS, Chicago, IL, 
United States of America). Data were reported as mean ± standard error. One-way analysis of variance (ANOVA) test was 
performed, and post hoc multiple comparisons were conducted using Duncan’s multiple range test. Statistical significance 
was set at p < 0.05. Graphs were generated using GraphPad Prism version 9.5.1 (GraphPad Software Inc., San Diego, CA, 
United States of America).

Results

Blood glucose concentrations of rats

Figure 1 presents the effect of GA or GA and GBL on the blood glucose concentrations of STZ induced diabetic rats. 
Data presented in Fig. 1 showed significant increases (P < 0.05) in the blood glucose concentrations of the diabetic rats 
compared with the control. Supplementation with GA or GA and GBL significantly decreased the glucose concentrations of 
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the rats relative to the diabetic group. Further, the blood glucose concentrations of the rats supplemented with GA and GBL 
were decreased significantly (P < 0.05) when compared to the blood glucose concentrations of the rats that received only GA. 

Blood HbA1C, serum insulin concentrations, and insulin resistance

Figure 2 presents the effect of GA or GA and GBL on the blood HbA1C concentrations of diabetic rats induced with STZ. 
Significant increases (P < 0.05) in HbA1C concentrations were obtained for the diabetic rats compared with the control. 
Whereas supplementation with GA did not significantly decrease (P > 0.05) the HbA1C concentrations of the rats relative to 
the diabetic group, combined administration of GA and GBL significantly decreased (P < 0.05) the HbA1C concentrations 
of the rats when compared to the diabetic group. Further, the HbA1C concentration of the rats supplemented with GA and 
GBL decreased significantly (P < 0.05) when compared to the HbA1C concentrations of the rats that received only GA. 

Figure 3 shows the effect of GA and GBL on the serum insulin concentrations of STZ diabetic rats. Significant decreases 
(P < 0.05) were obtained in the insulin concentrations of the diabetic group compared to the control. However, supplementation 
with GA or GA and GBL significantly increased (P < 0.05) the insulin concentrations of the rats with respect to the diabetic 
group. Additionally, the serum insulin concentrations of the diabetic rats administered GA and GBL were significantly 
higher (P < 0.05) than the serum insulin concentrations of the diabetic rats that received only GA. 
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Data are reported as means ± standard error; aP < 0.05 in comparison with the control; bP < 0.05 in comparison with the diabetic group; cP < 0.05 in 
comparison with the gallic acid group; N = 6 rats per group. Source: elaborated by the authors.

Figure 1 – Effect of gallic acid and glibenclamide on the blood glucose concentrations of streptozotocin diabetic rats.
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Data are reported as means ± standard error; aP < 0.05 in comparison with the control; bP < 0.05 in comparison with the diabetic group; cP < 0.05 in 
comparison with the gallic acid group; N = 6 rats per group. Source: elaborated by the authors.

Figure 2 – Effect of gallic acid and glibenclamide on the glycated hemoglobin (HbA1C) concentrations in the blood of 
streptozotocin diabetic rats. 
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Body weights of rats

Table 1 shows the effect of GA and GBL on the body weights of STZ diabetic rats. The rats in the control, diabetic, GA, 
and GA + GBL groups had statistically similar initial body weights when the study started. At the end of the study, the final 
body weights of the diabetic group were significantly decreased (P < 0.05) with respect to the control group. In contrast, 
the final body weights of the rats in the GA or GA and GBL groups were significantly increased (P < 0.05) when compared 
to the diabetic group. 
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Data are reported as means ± standard error; aP < 0.05 in comparison with the control; bP < 0.05 in comparison with the diabetic group; cP < 0.05 in 
comparison with the gallic acid group; N = 6 rats per group. Source: elaborated by the authors.

Figure 3 – Effect of gallic acid and glibenclamide on the serum insulin concentrations in streptozotocin diabetic rats.
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Data are reported as means ± standard error; aP < 0.05 in comparison with the control; bP < 0.05 in comparison with the diabetic group; cP < 0.05 in 
comparison with the gallic acid group; N = 6 rats per group. Source: elaborated by the authors.

Figure 4 – Effect of gallic acid and glibenclamide on the homeostatic model assessment of insulin resistance (HOMA-IR) 
in streptozotocin diabetic rats. 

Figure 4 shows the effect of GA and GBL on the HOMA-IR in diabetic rats induced with STZ diabetic. Significant increases 
(P < 0.05) were obtained for the HOMA-IR values in the diabetic group relative to the control. On the contrary, the HOMA-IR 
values of the diabetic rats administered GA or GA and GBL polytherapy were significantly decreased (P < 0.05) relative to 
the diabetic group. 
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Total proteins and albumin in the sera of rats

Table 2 shows the effect of GA and GBL on the serum total proteins and albumin concentrations in STZ diabetic rats. 
The total proteins and albumin concentrations in the sera of the diabetic group were significantly decreased (P < 0.05) with 

Table 1 – Effect of gallic acid and glibenclamide on the initial and final body weights of streptozotocin diabetic rats.

Groups Initial weight (g) Final weight (g)

Control 147.05 ± 2.20 294.48 ± 3.78

Diabetic 151.30 ± 2.73 232.7 ± 1.17a

Gallic acid 143.42 ± 3.74 246.50 ± 1.98b

Gallic acid + glibenclamide 145.82 ± 2.23 252.31 ± 3.53b

Values in the table are given as means ± standard error; aP < 0.05 in comparison with the control; bP < 0.05 in comparison with the diabetic group; N = 6 
rats per group. Source: elaborated by the authors.

Table 2 – Effect of gallic acid and glibenclamide on the total proteins and albumin concentrations in the sera of 
streptozotocin diabetic rats.

Groups Total protein (g/dL) Albumin (g/dL)

Control 7.69 ± 0.26 4.17 ± 0.17

Diabetic 4.73 ± 0.14a 2.01 ± 0.15a

Gallic acid 5.52 ± 0.25b 3.08 ± 0.28b

Gallic acid + glibenclamide 6.10 ± 0.14b 3.38 ± 0.26b

Values in the table are given as means ± standard error; aP < 0.05 in comparison with the control; bP < 0.05 in comparison with the diabetic group; N = 6 
rats per group.  Source: elaborated by the authors.

Table 3 – Effect of gallic acid and glibenclamide on the oxidative stress and antioxidant status in the sera of streptozotocin 
diabetic rats.

Groups Malondialdehyde
(μmol/mL)

Superoxide dismutase 
(Units/mL)

Glutathione 
peroxidase (Units/mL)

Reduced glutathione 
(μmol/mL)

Glutathione-S-
transferase (Units/mL)

Control 0.40 ± 0.05 6.67 ± 0.42 52.55 ± 2.97 3.89 ± 0.25 192.50 ± 6.49

Diabetic 0.87 ± 0.03a 3.41 ± 0.39a 30.62 ± 3.11a 1.79 ± 0.15a 185.33 ± 7.37

Gallic acid 0.65 ± 0.02b 4.91 ± 0.27b 38.60 ± 1.64b 2.64 ± 0.33b 190.17 ± 6.56

Gallic acid/
glibenclamide 0.59 ± 0.04b 5.27 ± 0.51b 40.65 ± 2.58b 2.86 ± 0.23b 187.83 ± 6.38

Data in the table are reported as means ± standard error; aP < 0.05 in comparison with the control; bP < 0.05 in comparison with the diabetic group; N = 6 
rats per group. Source: elaborated by the authors.

respect to the control group. Conversely, supplementation with GA or GA and GBL significantly increased (P < 0.05) the 
total proteins and albumin concentration in the sera of the rats with respect to the diabetic group. 

Oxidative stress marker and antioxidant status in the sera

Table 3 shows the effect of GA and GBL on the oxidative stress and antioxidant status in the sera of diabetic rats induced 
with STZ. Significant increases (P < 0.05) were obtained for the serum MDA concentrations of the diabetic rats compared 
to the control group. Supplementation with GA or GA and GBL significantly decreased (P < 0.05) the MDA concentrations 
in the sera of the rats when compared to the diabetic group.
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The antioxidant markers-SOD, GPx and GSH were significantly decreased (P < 0.05) in the sera of the diabetic group 
compared to the control. Supplementation with GA or GA and GBL significantly increased (P < 0.05) the serum activities/
concentrations of SOD, GPx and GSH in the rats with respective to the diabetic group.

The serum GST activities of the diabetic rats were not significantly different (P > 0.05) from the control. Supplementation 
with GA or GA and GBL did not produce any significant change (P > 0.05) in the activities GST in the sera of the rats when 
compared to the diabetic group. 

Pro-inflammatory cytokines in the sera

The effect of GA or GA and GBL on the expressions of pro-inflammatory cytokines in the sera of diabetic rats induced 
with STZ is presented in Table 4. Significant increases (P < 0.05) in the serum expressions of NFkB, TNF-α and iNOS were 
obtained in the diabetic rats with respect to the control. Supplementation with GA or GA and GBL significantly decreased 
(P < 0.05) the serum expressions of NFkB, TNF-α and iNOS in the rats when compared to the diabetic group. 

Figure 5 presents the effect of GA or GA and GBL on the serum expressions of VEGF in diabetic rats induced with STZ. 
Significant increases (P < 0.05) were obtained in the serum expression of VEGF in the diabetic rats compared with to control. 

Table 4 – Effect of gallic acid and glibenclamide on the expressions of pro-inflammatory markers in the sera of streptozotocin 
diabetic rats.

Groups Nuclear factor kappa B 
(pg/mL)

Tumor necrosis factor alpha
(pg/mL)

Inducible nitric oxide synthase
(units/mL)

Control 346.82 ± 20.28 154.98 ± 7.20 0.92 ± 0.03

Diabetic 530.60 ± 19.79a 237.02 ± 19.40a 2.60 ± 0.35a

Gallic acid 448.09 ± 20.76b 194.54 ± 10.41b 1.65 ± 0.12b

Gallic acid + glibenclamide 413.75 ± 23.49b 191.64 ± 7.42b 1.53 ± 0.11b

Values in the table are reported as means ± standard error; aP < 0.05 in comparison with the control; bP < 0.05 in comparison with the diabetic group; 
N = 6 rats per group.  Source: elaborated by the authors.
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Figure 5 – Effect of gallic acid and glibenclamide on the vascular endothelial growth factor (VEGF) in the sera of 
streptozotocin diabetic rats.

Supplementation with GA or GA and GBL triggered significant decreases (P<0.05) in the expression of VEGF in the 
sera of the rats compared to the diabetic group. In addition, there were also significant increases (P < 0.05) in the serum 
VEGF concentrations of the diabetic rats administered GA or GA and GBL compared to the control. 
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Histology results

Figure 6 shows the effect of GA or GA and GBL on the cornea histology of STZ induced diabetic rats. 

Source: Elaborated by the authors.

Figure 6 – Effect of gallic acid and glibenclamide on the histology of the cornea of streptozotocin diabetic rats. (a) Histology 
of the cornea of the control (hematoxylin & eosin) (× 400) shows a multillayered structure displaying acellular bowmans 
membrane (BM) with collagen fibre (CF) and intervening fibroblast. (b) Histology of the cornea of the eye of the diabetic 
group (hematoxylin & eosin) (× 400) shows severe cornea edema with severe necrotic epithelia cells (NPC) and severe 
vascularization of acellular Bowmans membrane (V) and infiltration of inflammatory cells (IC). (c) Histology of the cornea 
of the eye of the gallic acid group (hematoxylin & eosin) (× 400) shows mild regeneration with mild vasclarization (V) of 
the acellular bowmans membrane. (d) Histology of the cornea of the eye of the gallic + glibenclamide group (hematoxylin 
& eosin) (× 400) shows evidence of regeneration with active appearance of the epithelial cells and fibroblast (encircled 
areas), and except very mild vascularization (V) of the acellular bowmans membrane, its otherwise normal. 
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Discussion

In this study, STZ administration to the diabetic group induced significant and chronic hyperglycemia in the rats, as 
evident from the elevation in their circulating glucose and HbA1C concentrations. 

It has been reported that chronic exposure to hyperglycemia favors the nonenzymatic glycation of proteins (hemoglobin, 
albumin, and low-density lipoprotein), resulting in the formation of early and advanced glycation end products (AGEs)14,32,33. 
These glycation end products have been proposed to be responsible for corneal and other ocular complications arising from 
uncontrolled DM34. HbA1C is an early glycation end product, and its assay is used to diagnose prolonged diabetes and 
to assess control of glycemia in diabetic individuals35,36. In addition, it has been reported that DM with increased HbA1C 
concentrations predisposes the cornea to epithelial barrier dysfunction, leading to corneal complication37. 

The study showed that GBL potentiated the anti-hyperglycemic properties of GA, as evident from the higher blood 
glucose lowering action of combination of GA and GBL compared with GA alone, as obtained in this study. Further, while 



10 Acta Cir Bras. V39 . e390124 . 2024

Combined administration of gallic acid and glibenclamide mitigate systemic complication and histological changes in the cornea 
of diabetic rats induced with streptozotocin

supplementation with GA did not decrease the elevated HbA1C concentrations of the rats, combination of GA and GBL 
abrogated the elevated HbA1C concentrations of the rats, indicating better glycemic control following combination of 
GA and GA unlike GA monotherapy. It is likely that the duration of treatment with GA alone was not enough to obtain a 
significant reduction of HbA1C in the diabetic rats, unlike combination of GA and GBL, affirming previous reports on the 
benefits of combined therapy in the treatment of DM21,23,24. 

In this study, decreased serum insulin concentrations and increased insulin resistance index (HOMA-IR) values were 
obtained in the diabetic rats. It is known that STZ diabetes model leads to impairment of the β-cells of the pancreas, leading 
to decreased synthesis and release of insulin into circulation. Additionally, it has been established that insulin resistance 
and decreased insulin secretion are key parameters that contribute to the onset of DM36. These might therefore explain the 
decreased circulating insulin and increased HOMA-IR values in the diabetic group38. 

The study further showed that the decreased serum insulin concentration and increased HOMA-IR values in the diabetic 
rats were reversed following supplementation with GA. Similar reports on the modulation of circulating insulin and HOMA-IR 
values by GA were given by Gandhi et al.39 on diabetic rats. In addition, combined administration of GA and GBL further 
potentiated the insulin secreting action of GA and also decreased the HOMA-IR value in the diabetic rats, suggesting a synergy 
of interaction between GA and GBL at the doses used in this study. Indeed, GBL is a sulfonylurea that abates hyperglycemia 
by stimulating the release of insulin from the pancreatic β-cells40. The study suggests stimulation of insulin secretion and 
sensitivity as a possible mechanism of the antidiabetic action of GA and GBL polytherapy, as obtained in this study.

The current study further showed significant weight loss in the diabetic group, which was mitigated following supplementation 
with GA or combination of GA and GBL. The loss of weight by the diabetic rats could be attributed to increased muscle 
wasting due to catabolism of structural proteins (in the absence of insulin) to make up for the unavailability of carbohydrates 
that are used as energy source41. On the contrary, the gain in weight in the rats administered GA or GA and GBL could be 
attributed to decreased protein catabolism as a result of mitigation of hyperglycemia by GA or combination of GA and GBL. 

The present study showed decreased total protein and albumin concentrations in the sera of the diabetic rats, which were 
increased following supplementation with GA or its combination with GBL. During DM, there is increased protein catabolism with 
the release of amino acids as energy source (via gluconeogenesis) to make up for the unavailability of carbohydrates that can be used 
as energy source41–43. This might explain the observed decrease in the serum total protein and albumin concentrations of the diabetic 
group. The increased concentrations of total proteins and albumin in the sera of the rats administered GA or its combination with 
GBL could be attributed to attenuate hyperglycemia by GA or its combination with GBL, leading to decreased protein catabolism. 

The blood of diabetic patients is continuously exposed to oxidative stress as ROS are continuously generated by auto-
oxidation of hemoglobin. The generated ROS in turn attacks the polyunsaturated fatty acids of lipid membranes, leading to 
generation of lipid peroxides and MDA44, depleting the body’s antioxidant defense systems. Hyperglycemia induced alteration 
of intracellular antioxidant status and increased systemic oxidative stress has been reported to affect the structure and 
function of the cornea, leading to delayed epithelial wound healing and severe epithelial cell damage in diabetic corneas2,45,46. 

The present study showed increased oxidative stress in the sera of the diabetic group as evidenced from increased serum 
concentrations of the lipid peroxidation product, MDA, but decreased concentrations of the antioxidant defense systems: 
SOD, GPx and GSH in the sera of the diabetic group. GA alone or its combination with GBL demonstrated the capacity to 
mitigate STZ induced systemic oxidative stress, as seen from the decreased serum concentrations of MDA, but increased 
antioxidant defense systems–SOD, GPx and GSH in the diabetic rats treated with GA or GA and GBL. 

The non-significant change in the serum GST activities of the diabetic untreated rats and the diabetic rats administered 
GA or GA and GBL cannot be explained in this current study, but it is noteworthy. 

Low grade chronic inflammation has been also reported as playing a contributory role to the development of 
diabetes and its related complications including diabetic keratopathy47. Although low systemic inflammation can lead 
to diabetic corneal complication has not been fully unbundled, it has been suggested that systemic control of DM aided 
by anti-inflammatory agents can improve ocular surface health48. NFkB is a redox transcription factor that is activated 
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by oxidative stress. Activation of NFkB induces the release of other pro-inflammatory mediators such as TNF-α and 
others48,49. TNF-α plays a critical role in maintaining the inflammatory response and increasing ROS generation in the 
tissues including the cornea2,12,50,51. Activation of TNF-α triggers the activation of iNOS that is present in macrophages1. 
It has been reported that increased generation of these ROS and inflammatory mediators can cause oxidative damage 
to the cornea32,34,51. 

As observed in this study, STZ induction triggered systemic inflammation in the diabetic group as evidenced from the 
increased expression of iNOS and the pro-inflammatory cytokines-NFkB and TNF-α in the sera of the diabetic group, 
which was abrogated after supplementation with GA or its combination with GBL. 

The decreased serum concentrations of NFkB and TNF-α, as well as the decreased serum iNOS activity, in the diabetic rats 
administered GA or combination of GA and GBL suggest the anti-inflammatory properties of GA or GA and GBL polytherapy. 

The pro-angiogenic molecule–VEGF–has been reported to play a significant role in neovascularization of the cornea52 
and in promoting morphological changes in the cornea that can lead to its decreased functionality2,12. As seen in this study, 
STZ induction caused an elevation in the serum concentrations of VEGF in the diabetic rats, which was mitigated following 
treatment with GA or GA and GBL polytherapy. 

A number of systemic antioxidant and anti-inflammatory therapies such as beta carotene (an antioxidant), Resolvin-D1 
(an anti-inflammatory eicosanoid), enalapril (an ACE inhibitor) with alpha lipoic acid (an antioxidant) were reported to be 
beneficial in mitigating corneal degeneration in diabetic rats, when administered orally48,53–55. These studies and more support 
earlier reports that systemic treatment in DM is the focal point for the treatment of any diabetes associated complication 
including diabetic corneal complication48. 

Corneal sections of diabetic rats in previous studies44,56 showed severe degenerative changes, such as edema, degradation of 
its collagen fibers, and corneal neovascularization, which are consistent with the findings of this study. Severe vascularization 
of acellular bowmans membrane, corneal edema and cornea fibrosis as obtained in the histology of the cornea of the diabetic 
group suggests that they were at risk of developing diabetic corneal complications. Treatment with GA or its combination 
with GBL significantly restored the histological features of the cornea, indicating the protective action of GA or GA and 
GBL polytherapy against STZ-diabetes induced cornea pathology.

To the best of our knowledge, this is the first report on the effect of combined administration of GA and GBL on 
hyperglycemia, systemic oxidative stress, inflammation and histological changes in the cornea of diabetic rats. 

A limitation in this study is that the molecular basis for the improved histological changes in the cornea of the diabetic 
rats treated with GA or GA and GBL could not be determined. Additionally, we were unable to determine the oxidative 
stress and inflammatory markers in the cornea of the diabetic rats. Further studies to determine the impact of GA or GA 
and GBL on oxidative stress, and inflammatory markers in the cornea of the diabetic rats, and to understand the molecular 
basis of the improved corneal histological changes in the diabetic rats treated with these interventions are recommended. 

Conclusion

The study showed that GA and GBL polytherapy exerted better glycemic control than GA by itself. Further, GA or its 
combination with GBL demonstrated antioxidant and anti-inflammatory properties in the diabetic rats. 

Finally, the study showed the potentials of GA or GA and GBL polytherapy in mitigating diabetes induced histological 
changes in the cornea in experimental rats.

Conflict of interest

Nothing to declare.



12 Acta Cir Bras. V39 . e390124 . 2024

Combined administration of gallic acid and glibenclamide mitigate systemic complication and histological changes in the cornea 
of diabetic rats induced with streptozotocin

Author’s contribution

Substantive scientific and intellectual contributions to the study: Zhao J, Hussain SA and Maddu N; Acquisition of 
data: Zhao J, Hussain SA and Maddu N; Technical procedures: Zhao J; Statistics analysis: Zhao J; Manuscript preparation: 
Zhao J; Manuscript writing: Zhao J; Critical revision: Zhao J, Hussain SA and Maddu N.

Data availability statement

Data will be available upon request.

Funding

King Saud University – Research Supporting Program 

Grant No: RSP2023R371

Acknowledgements

The authors wish to thank all that contributed technically to this study.

About the authors

Zhao J is MSc.

Hussain SA and Maddu N are PhDs.

References

1.	 Chatila R, West AB. Hepatomegaly and abnormal liver tests due to glycogenesis in adults with diabetes. Medicine. 
1996;75(6):327–33. https://doi.org/10.1097/00005792-199611000-00003 

2.	 Long P, He M, Zhang X, Luo T, Shen Y, Liu H, Jiang W, Han F, Hu Y . Protective effect of aldehyde dehydrogenase 2 
against rat corneal dysfunction caused by streptozotocin-induced type I diabetes. Exp Biol Med. 2021;246(15):1740–
9. https://doi.org/10.1177/15353702211013308 

3.	 Webster A, Phillips S. Risperidone Long-acting Injectable versus Paliperidone Palmitate for Community-dwelling 
Patients with Schizophrenia. Res Rev [Internet]. 2014 [cited Mar 18, 2023];3:11–22. Available at: https://www.rroij.
com/peer-reviewed/risperidone-longacting-injectable-versus-paliperidone-palmitatefor-communitydwelling-
patients-with-schizophrenia-65597.html 

4.	 Guo C, Li M, Qi X, Lin G, Cui F, Li F, Wu X. Intranasal delivery of nanomicelle curcumin promotes corneal 
epithelial wound healing in streptozotocin-induced diabetic mice. Scientific Rep. 2016;6:29753. https://doi.
org/10.1038/srep29753 

5.	 Calvo-Maroto AM, Perez-Cambrodí RJ, Albarán-Diego C, Pons A, Cerviño A. Optical quality of the diabetic eye: a 
review. Eye (Lond). 2014;28(11):1271–80. https://doi.org/10.1038%2Feye.2014.176

6.	 Massoud AMA, El Ebiary FH, Al- khalek HAA, Gawad SA. Possible Therapeutic Role of Fermented Deglycyrrhizinized 
Liquorice Extract on Experimentally Induced Diabetic Keratopathy in Rats. Histological Study. Cytol Histol Rep. 
2019;2:107. https://doi.org/10.29011/CHR-107.100007

https://ror.org/02f81g417
https://doi.org/10.1097/00005792-199611000-00003
https://doi.org/10.1177/15353702211013308
https://www.rroij.com/peer-reviewed/risperidone-longacting-injectable-versus-paliperidone-palmitatefor-communitydwelling-patients-with-schizophrenia-65597.html
https://www.rroij.com/peer-reviewed/risperidone-longacting-injectable-versus-paliperidone-palmitatefor-communitydwelling-patients-with-schizophrenia-65597.html
https://www.rroij.com/peer-reviewed/risperidone-longacting-injectable-versus-paliperidone-palmitatefor-communitydwelling-patients-with-schizophrenia-65597.html
https://doi.org/10.1038/srep29753
https://doi.org/10.1038/srep29753
https://doi.org/10.1038%2Feye.2014.176
https://doi.org/10.29011/CHR-107.100007


13Acta Cir Bras. V39 . e390124 . 2024

Zhao J et al.

7.	 Nahar N, Mohamed S, Mustapha NM, Lau SF, Ishak NIM, Umran NS. Metformin attenuated histopathological 
ocular deteriorations in a streptozotocin-induced hyperglycemic rat model. Naunyn Schmiedebergs Arch Pharmacol. 
2020;394(3):457–67. https://doi.org/10.1007/s00210-020-01989-w 

8.	 Resnikoff S, Pascolini D, Etya’ale D, Kocur I, Pararajasegaram R, Pokharel GP, Mariotti SP. Global data on visual 
impairment in the year 2002. Bull World Health Organ. 2004;82(11):844–51. 

9.	 Yu Z, Wei L, Gao Q, Diao L. Geraniin ameliorates streptozotocin-induced diabetic retinopathy in rats via 
modulating retinal inflammation and oxidative stress. Arabian J Chem. 2023;16(1):104396. https://doi.org/10.1016/j.
arabjc.2022.104396

10.	 Vieira-Potter VJ, Karamichos D, Lee DJ. Ocular complications of diabetes and therapeutic approaches. Biomed Res 
Int. 2016;2016:3801570. https://doi.org/10.1155/2016/3801570

11.	 Akbari A, Nasiri K, Heydari M. Ginger (Zingiber officinale Roscoe) extract can improve the levels of some trace 
element and total homocysteine and prevent oxidative damage induced by ethanol in rat eye. Avicenna J Phytomed. 
2020;10(4):365–71. 

12.	 Markoulli M, Flanagan J, Tummanapalli SS, Wu J, Willcox M. The impact of diabetes on corneal nerve morphology 
and ocular surface integrity. Ocul Surf. 2018;16(1):45–57. https://doi.org/10.1016/j.jtos.2017.10.006

13.	 Brownlee M. The pathobiology of diabetic complications: a unifying mechanism. Diabetes. 2005;54(6):1615–25. 
https://doi.org/10.2337/diabetes.54.6.1615 

14.	 Agrawal SS, Naqvi S, Gupta SK, Srivastava S. Prevention and management of diabetic retinopathy in STZ diabetic 
rats by Tinospora cordifolia and its molecular mechanisms. Food Chem Toxicol. 2012;50(9):3126–32. https://doi.
org/10.1016/j.fct.2012.05.057

15.	 Parkar N, Addepalli V. Nobiletin ameliorates streptozotocin induced diabetic retinopathy in experimental rats. J Nat 
Products Res Ethnopharmacol. 2014;1:3-7. https://doi.org/10.15562/phytomedicine.2014.12

16.	 Guzman DC, Olguín HJ, García EH, Peraza AV, de la Cruz DZ, Soto MP. Mechanisms involved in the development 
of diabetic retinopathy induced by oxidative stress. Redox Rep. 2016;22(1):10-16. https://doi.org/10.1080/13510002.
2016.1205303 

17.	 Jiang B, Geng Q, Li T, Firdous SM, Zhou X. Morin attenuates STZ-induced diabetic retinopathy in experimental 
Animals. Saudi J Biol Sci. 2020;27(8):2139–42. https://doi.org/10.1016%2Fj.sjbs.2020.06.001

18.	 Patel SS, Ramesh K, Goyal RK. Cardioprotective effects of gallic acid in diabetes induced myocardial dysfunction in 
rats. Pharmacognosy Res. 2011;3(4):239–45. https://doi.org/10.4103/0974-8490.89743

19.	 Huang DW, Chang WC, Yang HJ, Wu JS, Shen SC. Gallic Acid Alleviates Hypertriglyceridemia and Fat Accumulation 
via Modulating Glycolysis and Lipolysis Pathways in Perirenal Adipose Tissues of Rats Fed a High-Fructose Diet. Int 
J Mol Sci. 2018;19(1):254. https://doi.org/10.3390/ijms19010254

20.	 Lamos EM, Stein SA, Davis SN. Combination of glibenclamide-metformin HCl for the treatment of type 2 diabetes 
mellitus. Expert Opin Pharmacother. 2012;13(17):2545–54. https://doi.org/10.1517/14656566.2012.738196

21.	 Alotaibi MR, Fatani AJ, Almnaizel AT, Ahmed MM, Abuohashish, HM, Al-Rejaie SS. In vivo Assessment of 
Combined Effects of Glibenclamide and Losartan in Diabetic Rats. Med Princ Pract. 2019;28(2):178–85. https://doi.
org/10.1159/000496104 

22.	 Nathan D, Buse JB, Davidson MB, Ferrannini E, Holman RR,  Sherwin R,  Zinman B. Medical management of 
hyperglycemia in type 2 diabetes mellitus: a consensus algorithm for the initiation and adjustment of therapy: a 
consensus statement of the American Diabetes Association and the European Association for the Study of Diabetes. 
Diabetes Care. 2009;32(1):193–203. https://doi.org/10.2337/dc08-9025

23.	 American Diabetes Association. 9. Pharmacologic Approaches to Glycemic Treatment: Standards of Medical Care in 
Diabetes-2021. Diabetes Care. 2021;44(Suppl.1):S111–S124. https://doi.org/10.2337/dc21-s009

24.	 Singh AK, Singh R, Chakraborty PP. Diabetes Monotherapies versus Metformin-Based Combination Therapy for the 
Treatment of Type 2 Diabetes. Int J Gen Med. 2021;14:3833–48. https://doi.org/10.2147%2FIJGM.S295459

https://doi.org/10.1007/s00210-020-01989-w
https://doi.org/10.1016/j.arabjc.2022.104396
https://doi.org/10.1016/j.arabjc.2022.104396
https://doi.org/10.1155/2016/3801570
https://doi.org/10.1016/j.jtos.2017.10.006
https://doi.org/10.2337/diabetes.54.6.1615
https://doi.org/10.1016/j.fct.2012.05.057
https://doi.org/10.1016/j.fct.2012.05.057
https://doi.org/10.15562/phytomedicine.2014.12
https://doi.org/10.1080/13510002.2016.1205303
https://doi.org/10.1080/13510002.2016.1205303
https://doi.org/10.1016%2Fj.sjbs.2020.06.001
https://doi.org/10.4103/0974-8490.89743
https://doi.org/10.3390/ijms19010254
https://doi.org/10.1517/14656566.2012.738196
https://doi.org/10.1159/000496104
https://doi.org/10.1159/000496104
https://doi.org/10.2337/dc08-9025
https://doi.org/10.2337/dc21-s009
https://doi.org/10.2147%2FIJGM.S295459


14 Acta Cir Bras. V39 . e390124 . 2024

Combined administration of gallic acid and glibenclamide mitigate systemic complication and histological changes in the cornea 
of diabetic rats induced with streptozotocin

25.	 Matthews DR, Hosker JP, Rudenski AS, Naylor BA, Treacher DF, Turner RC. Homeostasis model assessment: 
insulin resistance and β-cell function from fasting plasma glucose and insulin concentrations in man. Diabetologia. 
1985;28:412–9. https://doi.org/10.1007/BF00280883

26.	 Karl J, Burns G, Engel WD. Development and standardization of a new immunoturbidimetric HbA1c assay. 
Klinisches Labor [Internet]. 1993 [cited Apr 17, 2023];39:991–6. Available at: https://www.scienceopen.com/
document?vid=454f4b11-ecec-4326-a03d-792cf1081bde 

27.	 Winterbourn CC, Hawkins RE, Brian M, Carrell R. The estimation of red cell superoxide dismutase activity. J Lab Clin 
Med. 1975;85(2):337–41. 

28.	 Dogan P, Tanrikulu G, Soyuer U, Köse K. Oxidative enzymes of polymorphonuclear leucocytes and plasma fibrinogen, 
ceruloplasmin, and copper levels in Behçet’s disease. Clin Biochem. 1994;27(5):413–8. https://doi.org/10.1016/0009-
9120(94)90046-9 

29.	 Annuk M, Zilmer M, Lind L, Linde T, Fellstrom B. Oxidative stress and endothelial function in chronic renal failure. 
J Am Soc Nephrol. 2001;12(12):2747–52. https://doi.org/10.1681/ASN.V12122747 

30.	 Habig WH, Pabst MJ, Jakoby WB. Glutathione-S-transferases. The first enzymatic step in mercapturic acid formation. 
J Biol Chem. 1974;249(22):7130–9. https://doi.org/10.1016/S0021-9258(19)42083-8 

31.	 Ohkawa H, Ohishi N, Yagi K. Assay for lipid peroxides in animal tissues by thiobarbituric acid reaction. Anal Biochem. 
1979;95(2):351–8. https://doi.org/10.1016/0003-2697(79)90738-3

32.	 Canovai A, Amato R, Melecchi A, Monte MD, Rusciano D, Bagnoli P, Cammalleri M. Preventive Efficacy of an 
Antioxidant Compound on Blood Retinal Barrier Breakdown and Visual Dysfunction in Streptozotocin-Induced 
Diabetic Rats. Front Pharmacol. 2021;12:811-–8. https://doi.org/10.3389/fphar.2021.811818 

33.	 Twarda-Clapa A, Olczak A, Białkowska AM, Koziołkiewicz M. Advanced Glycation End-Products (AGEs): Formation, 
Chemistry, Classification, Receptors, and Diseases Related to AGEs. Cells. 2022;11(8):1312. https://doi.org/10.3390/
cells11081312

34.	 Kim J, Kim CS, Sohn E, Jeong IH, Kim H, Kim JS. Involvement of advanced glycation end products, oxidative 
stress and nuclear factor-kappaB in the development of diabetic keratopathy. Graefes Arch Clin Exp Ophthalmol. 
2011;249:529–36. https://doi.org/10.1007/s00417-010-1573-9 

35.	 Consensus Committee, Consensus statement on the worldwide standardization of the hemoglobin A1Cmeasurement: 
the American Diabetes Association, European Association for the Study of Diabetes, International Federation of Clinical 
Chemistry and Laboratory Medicine, and the International Diabetes Federation. Diabetes Care. 2007;30(9):2399–400. 
https://doi.org/10.2337/dc07-9925

36.	 Wang T, Liu C, Shu S, Zhang Q, Olatunji OJ. Therapeutic Efficacy of Polyphenol-Rich Fraction of Boesenbergia 
rotunda in Diabetic Rats: A Focus on Hypoglycemic, Antihyperlipidemic, Carbohydrate Metabolism, Antioxidant, 
Anti-Inflammatory and Pancreato-Protective Activities. Front Biosci (Landmark Ed). 2022;27(7):206. https://doi.
org/10.31083/j.fbl2707206 

37.	 Zhang X, Zhao L, Deng S, Sun X, Wang N. Dry eye syndrome in patients with diabetes mellitus: prevalence, etiology, 
and clinical characteristics. J Ophthalmol. 2016;2016:8201053. https://doi.org/10.1155/2016/8201053

38.	 Achi NK, Ohaeri OC, Ijeh II, Eleazu C. Modulation of the lipid profile and insulin levels of streptozotocin induced 
diabetic rats by ethanol extract of Cnidoscolus aconitifolius leaves and some fractions: Effect on the oral glucose 
tolerance of normoglycemic rats. Biomed Pharmacother. 2017;86:562–9. https://doi.org/10.1016/j.biopha.2016.11.133 

39.	 Gandhi GR, Jothi G, Antony PJ, Balakrishna K, Paulraj MG, Ignacimuthu S, Stalin A, Al-Dhabi NA. Gallic acid 
attenuates high-fat diet fed-streptozotocin-induced insulin resistance via partial agonism of PPARγ in experimental 
type 2 diabetic rats and enhances glucose uptake through translocation and activation of GLUT4 in PI3K/p-Akt 
signaling pathway. Eur J Pharmacol. 2014;745:201–16. https://doi.org/10.1016/j.ejphar.2014.10.044

40.	 Zhou J, Kang X, Luo Y, Yuan Y, Wu Y, Wang M, Liu D. Glibenclamide-Induced Autophagy Inhibits Its Insulin Secretion-
Improving Function in β Cells. Int J Endocrinol. 2019;2019:1265175. https://doi.org/10.1155%2F2019%2F1265175

https://doi.org/10.1007/BF00280883
https://www.scienceopen.com/document?vid=454f4b11-ecec-4326-a03d-792cf1081bde
https://www.scienceopen.com/document?vid=454f4b11-ecec-4326-a03d-792cf1081bde
https://doi.org/10.1016/0009-9120(94)90046-9
https://doi.org/10.1016/0009-9120(94)90046-9
https://doi.org/10.1681/ASN.V12122747
https://doi.org/10.1016/S0021-9258(19)42083-8
https://doi.org/10.1016/0003-2697(79)90738-3
https://doi.org/10.3389/fphar.2021.811818
https://doi.org/10.3390/cells11081312
https://doi.org/10.3390/cells11081312
https://doi.org/10.1007/s00417-010-1573-9
https://doi.org/10.2337/dc07-9925
https://doi.org/10.31083/j.fbl2707206
https://doi.org/10.31083/j.fbl2707206
https://doi.org/10.1155/2016/8201053
https://doi.org/10.1016/j.biopha.2016.11.133
https://doi.org/10.1016/j.ejphar.2014.10.044
https://doi.org/10.1155%2F2019%2F1265175


15Acta Cir Bras. V39 . e390124 . 2024

Zhao J et al.

41.	 Choudhary M, Aggarwal N, Choudhary N, Gupta P, Budhwar V. Effect of aqueous and alcoholic extract of Sesbania 
sesban (Linn) Merr root on glycemic control in streptozotocin-induced diabetic mice. Drug Dev Ther. 2014;5(2):115–
22. https://doi.org/10.4103/2394-2002.139616

42.	 Sunmonu TO, Afolayan AJ. Evaluation of Antidiabetic Activity and Associated Toxicity of Artemisia afra Aqueous 
Extract in Wistar Rats. Evid Based Complement Alternat Med. 2013;2013:929074. https://doi.org/10.1155/2013/929074 

43.	 Mestry  SN, Dhodi JB, Kumbhar  SB, Juvekar AR. Attenuation of diabetic nephropathy in streptozotocin-induced 
diabetic rats by  Punica granatum  Linn. leaves extract. J Tradit Complement Med. 2017;7(3):273–80. https://doi.
org/10.1016/j.jtcme.2016.06.008 

44.	 Hashim A, Alvi SS, Ansari IA, Kha MS. Phyllanthus virgatus forst extract and its partially purified fraction ameliorates 
oxidative stress and retino-nephropathic architecture in streptozotocin-induced diabetic rats. Pak J Pharm Sci. 
2019;32(6):2697–708. 

45.	 Xu KP, Li Y, Ljubimov AV, Yu FS. High glucose suppresses epidermal growth factor receptor/phosphatidylinositol 
3-kinase/akt signaling pathway and attenuates corneal epithelial wound healing. Diabetes. 2009;58(5):1077–85. 
https://doi.org/10.2337/db08-0997 

46.	 Nita M, Grzybowski A. The role of the reactive oxygen species and oxidative stress in the patho-mechanism of the 
age-related ocular diseases and other pathologies of the anterior and posterior eye segments in adults. Oxid Med Cell 
Longev. 2016;2016:3164734. https://doi.org/10.1155/2016/3164734

47.	 Park HJ, Lee JY, Chung MY, Park YK, Bower AM, Koo SI, Giardina C, Bruno RS. Green tea extract suppresses 
NFkB activation and inflammatory responses in diet-induced obese rats with non-alcoholic steatohepatitis. J Nutr. 
2012;142(1):57–63. https://doi.org/10.3945/jn.111.148544 

48.	 Shih KCO, Lam KSL, Tong L. A systematic review on the impact of diabetes mellitus on the ocular surface. Nutr 
Diabetes. 2017;7:e251. https://doi.org/10.1038/nutd.2017.4 

49.	 Liu HC, Chang CJ, Yang TH, Chiang MT. Long-term feeding of red algae (Gelidium amansii) ameliorates glucose and 
lipid metabolism in a high fructose diet impaired glucose tolerance rat model. J Food Drug Anal. 2017;25(3):543–49. 
https://doi.org/10.1016/j.jfda.2016.06.005 

50.	  Lennikov A, Mirabelli P, Mukwaya A, Schaupper M, Thangavelu M, Lachota M, Ali Z, Jensen L, Lagali N. Selective 
IKK2 inhibitor IMD0354 disrupts NF-kappa B signaling to suppress corneal inflammation and angiogenesis. 
Angiogenesis. 2018;21:267–85. https://doi.org/10.1007/s10456-018-9594-9 

51.	 Yu Y, Zhou XH, Ye L, Yuan Q, Freeberg S, Shi C, Zhu PW, Bao J, Jiang N, Shao Y. Rhamnazin attenuates inflammation 
and inhibits alkali burn-induced corneal neovascularization in rats. RSC Adv. 2018;8(47):26696–706. https://doi.
org/10.1039/c8ra03159b 

52.	 Chang JH, Gabison E, Kato T, Azar D. Corneal neovascularization. Curr Opin Ophthalmol. 2001;12(4):242-9. https://
doi.org/10.1097/00055735-200108000-00002 

53.	 Shevalye H, Torek MS, Coppey LJ, Holmes A, Harper MM, Kardon RH, Yorek MA. Effect of enriching the diet with 
menhaden oil or daily treatment with resolving D1 on neuropathy in a mouse model of type 2 diabetes. J Neurophysiol. 
2015;114(1):119–208. https://doi.org/10.1152/jn.00224.2015

54.	 Abdul-Hamid M, Moustafa N. Amelioration of alloxan-induced diabetic keratopathy by beta carotene. Exp Toxicol 
Pathol. 2014;66(1):49–59. https://doi.org/10.1016/j.etp.2013.08.003 

55.	 Davidson EP, Holmes A, Coppey LJ, Yorek MA. Effect of combination therapy consisting of enalapril, alpha-lipoic 
acid, and menhaden oil on diabetic neuropathy in a high fat/low dose streptozotocin treated rat. Eur J Pharmacol. 
2015;765:258–67. https://doi.org/10.1016/j.ejphar.2015.08.015 

56.	 Zhou Q, Yang L, Wang Q, Li Y, Wei C, Xie L. Mechanistic investigations of diabetic ocular surface diseases. Front 
Endocrinol (Lausanne). 2022;13:1079541. https://doi.org/10.3389/fendo.2022.1079541

https://doi.org/10.4103/2394-2002.139616
https://doi.org/10.1155/2013/929074
https://doi.org/10.1016/j.jtcme.2016.06.008
https://doi.org/10.1016/j.jtcme.2016.06.008
https://doi.org/10.2337/db08-0997
https://doi.org/10.1155/2016/3164734
https://doi.org/10.3945/jn.111.148544
https://doi.org/10.1038/nutd.2017.4
https://doi.org/10.1016/j.jfda.2016.06.005
https://doi.org/10.1007/s10456-018-9594-9
https://doi.org/10.1039/c8ra03159b
https://doi.org/10.1039/c8ra03159b
https://doi.org/10.1097/00055735-200108000-00002
https://doi.org/10.1097/00055735-200108000-00002
https://doi.org/10.1152/jn.00224.2015
https://doi.org/10.1016/j.etp.2013.08.003
https://doi.org/10.1016/j.ejphar.2015.08.015
https://doi.org/10.3389/fendo.2022.1079541

