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Abstract
Objective: Vaccinium arctostaphylos has traditionally been employed in Iranian folk medicine to treat diabetes. 
However, the precise molecular mechanisms underlying its antidiabetic properties remain incompletely understood. 
The current experiment intended to explore the modulatory effects of V. arctostaphylos fruit ethanolic extract (VAE) on 
biochemical and molecular events in the livers of diabetic rats.
Materials and Methods: In this experimental study, male Wistar rats were randomly assigned to four groups: normal 
control, normal rats with VAE treatment, diabetic control, and diabetic rats with VAE treatment. Following 42 days 
of treatment, the impact of VAE on diabetes-induced rats was assessed by measuring various serum biochemical 
parameters, including insulin, free fatty acids (FFA), tumor necrosis factor-α (TNF-α), reactive oxygen species 
(ROS), and adiponectin levels. The activities of hepatic carbohydrate metabolic enzymes and glycogen content were 
determined. Additionally, expression levels of selected genes implicated in carbohydrate/lipid metabolism and miR-27b 
expression were evaluated. H&E-stained liver sections were prepared for light microscopy examination.   
Results: Treatment with VAE elevated levels of insulin and adiponectin that reduced levels of FFA, ROS, and TNF-α in 
the serum of diabetic rats. VAE-treated rats exhibited increased activities of hepatic glucokinase (GK), glucose-6-phosphate 
dehydrogenase (G6PD), and glycogen concentrations, in conjunction with decreased activities of glucose-6-phosphatase 
(G6Pase) and fructose-1,6-bisphosphatase (FBPase). Furthermore, VAE significantly upregulated the transcription levels of 
hepatic insulin receptor substrate 1 (Irs1) and glucose transporter 2 (Glut2), while considerably downregulated the expression 
of peroxisome proliferator-activated receptor gamma (Pparg) and sterol regulatory element-binding protein 1c (Srebp1c). 
VAE remarkably enhanced the expression of miR27-b in the hepatic tissues of diabetic rats. Abnormal histological signs were 
dramatically normalized in diabetic rats receiving VAE compared to those in the diabetic control group.  
Conclusion: Our findings underscore the hypoglycemic and hypolipidemic activities of V. arctostaphylos and assist in 
better comprehension of its antidiabetic properties.
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Introduction
Diabetes mellitus is a serious metabolic disorder that 

is defined by elevated levels of blood glucose. This 
condition primarily stems from deficient insulin secretion, 
insulin action, or both which may arise from impaired 
metabolism of carbohydrates, proteins, and lipids in 
target tissues (1).

As the central metabolic organ, the liver serves a 
crucial biochemical function in maintaining glucose 
and lipid homeostasis and is profoundly impacted by 
diabetes. Chronic hyperglycemia and hyperlipidemia 
lead to inflammation and liver damage due to augmented 
oxidative stress and development of reactive oxygen 
species (ROS) (2). Accumulating evidence suggests 
that oxidative stress in the liver can initiate molecular 
alterations by influencing the expression of genes and 

micro-ribonucleic acids, potentially manifesting as 
liver dysfunction (3). Hepatic microRNAs (miRNAs) 
have emerged as critical regulators of glucose and lipid 
metabolism (4).

MiRNAs are small, approximately 22-nucleotide-long, 
evolutionarily conserved noncoding RNA molecules that 
negatively regulate the expression of target genes at the 
posttranscriptional level. They bind to mRNAs through 
base pairing to complementary sites, consequently leading 
to mRNA destabilization or translational repression. 
Expression profiling studies of miRNAs have confirmed 
their dysregulation during the onset and progression of 
a plethora of diseases, such as diabetes and metabolic 
disorders. Due to the pivotal roles of miRNAs in various 
aspects of glucose homeostasis and lipid metabolism, they 
are considered novel therapeutic targets and biomarkers 
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for the prognosis, diagnosis, and management of diabetes 
and its complications (5).

MiR-27b, a member of the miR-27 family, is 
functionally associated with multiple biological and 
pathogenic processes including angiogenesis, oxidative 
stress, inflammation, lipid metabolism, and adipogenesis 
(6). It has been shown that miR-27b is significantly 
upregulated in the serum of children with new-onset 
type 1 diabetes (7) and patients with type 2 diabetes (8). 
Notably, miR-27b is among the most profuse miRNAs 
in the liver. MiR-27b-induced alterations in hepatocytes 
contribute to various signaling pathways relevant to 
glucose and lipid metabolism and insulin sensitivity 
(4, 9). Interestingly, it has been shown that different 
dietary habits can influence the circulating and tissue 
miRNA signatures. Similarly, recent research on the 
molecular biology of diabetes has demonstrated that the 
incorporation of antidiabetic herbs into the diet alleviates 
diabetes by altering miRNA expression (10, 11).

There is abundant evidence for the identification of 
medicinal plants possessing antidiabetic properties, and 
several noteworthy findings have emerged in this field. 
However, the search for hypoglycemic phyto-bioactive 
compounds with free radical scavenging and antioxidant 
capabilities for the development of antidiabetic therapeutic 
agents remains ongoing. Vaccinium arctostaphylos is the 
only species of the Vaccinium genus (Ericaceae family) 
in northern regions of Iran, especially Ardebil province 
(known as Qare-qat and Cyah-gileh in Persian). The 
berries of V. arctostaphylos have traditionally been 
used in Iranian folk medicine as a remedy for diabetes, 
hypertension, and hyperlipidemia (12, 13). These effects 
are attributed to the potential antioxidant action of the fruit 
of V. arctostaphylos, owing to the presence of substantial 
quantities of flavonoids and anthocyanins (14). It has been 
reported that malvidin-3-O-β-glucoside has an inhibitory 
effects on pancreatic α-amylase (15).

These characteristics sparked our interest in acquiring 
comprehension of the diverse parameters that contribute 
to the mediation of antidiabetic activity. Accordingly, 
the main goal of this study was to examine the effects 
of V. arctostaphylos fruit on liver-related biochemical, 
molecular, and histological changes in an experimental rat 
model of diabetes. Furthermore, we aimed to investigate 
the role of miR-27b in hepatic lipid metabolism in 
this model. Additionally, we determined whether V. 
arctostaphylos effects were mechanistically driven by 
modulating expression of mir-27 and related genes.

Materials and Methods
Preparation of V. arctostaphylos fruit extract

Fresh and ripe fruits of V. arctostaphylos were collected 
from Ardabil Province, northwest of Iran. The specimen 
was identified by experts at the Central Herbarium of the 
Department of Botany, University of Tehran (Tehran, 
Iran). The fruits were rinsed thoroughly with distilled 
water for removing any adhering dust and air-dried in 

shaded areas at room temperature. The berries were then 
finely powdered and soaked in ethanol three times for 12 
hours. The resulted ethanolic phase was filtered through 
Whatman No. 1 filter paper (Whatman, USA). The filtrate 
was concentrated at 40°C using a rotary evaporator (IKA, 
Germany) and freeze-dried to powder on an alpha 1-2 
LDplus freeze dryer (Martin Christ, Germany) (16). The 
obtained extract, known as V. arctostaphylos ethanolic 
fruit extract (VAE), was stored in the dark at 4°C until 
further use.

Experimental animals
In this experimental study, healthy male albino Wistar rats 

(Rattus norvegicus) weighing 180-220 g and approximately 
two months old were provided by the School of Pharmacy, 
Tehran University of Medical Sciences (Tehran, Iran). They 
were acclimatized to the new laboratory environment for 
seven days prior to the commencement of the experiment. 
The rats were housed in a well-maintained and pathogen-free 
animal house under standard vivarium conditions (humidity 
55 ± 5%; ambient temperature of 25 ± 2°C; constant 
12-hour/12-hour light/dark cycle). They were fed standard 
chow pellets of known composition and provided clean 
drinking tap water ad libitum throughout the research period. 
The present study was reviewed and received approval from 
the Research Ethics Committees of the College of Sciences, 
University of Tehran (IR.UT.SCIENCE.REC.1402.005).

Induction of experimental Diabetes mellitus
Type 1 diabetes was induced by subcutaneous injection 

of freshly prepared alloxan monohydrate (Sigma Aldrich, 
USA) solution (120 mg/kg body weight, in cold 0.1 M 
citrate buffer, pH=4.5) to 18-hour fasted rats. An equal 
volume of citrate buffer without alloxan injected to non-
diabetic group of rats for simulation of drug injection (17). 
Six hours after alloxan administration, a 20% glucose solution 
was injected intraperitoneally. The animals were then given 
access to a 5% glucose solution for the next 24 hours to 
overcome drug-induced fatal hypoglycemia (18). 72- hour 
post-alloxan treatment, hyperglycemia was confirmed using 
a portable glucometer (On Call Plus Blood Glucose Meter, 
USA), and rats with elevated blood glucose levels (>250 mg/
dl) were deemed to be diabetic (17).

Experimental design
A total of 32 rats were stochastically aliquoted into 

four groups, each containing eight animals. These groups 
either were treated with vehicle (distilled water) alone or 
VAE as follows:

Normal control (NC): Healthy rats treated with vehicle 
alone.

Normal+VAE (N+VAE): Healthy rats treated with VAE 
at 400 mg/kg body weight.

Diabetic control (DC): Diabetic rats received vehicle.
Diabetic+VAE (D+VAE): Diabetic rats received VAE at 

400 mg/kg body weight.

Antidiabetic Effects of Vaccinium arctostaphylos Fruit
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VAE was dissolved in distilled water (1 ml/rat) at 
the desired concentration immediately prior to each 
administration. VAE was administered by oral gavage 
to the respective groups for 42 consecutive days. 
The optimal dose of VAE (400 mg/kg body weight) 
was selected based on previous findings from our 
laboratory (16). During the experimental period, rats 
were monitored for physiological parameters, such as 
food and water intake, body weight, and blood glucose 
levels, at weekly intervals to investigate the stability of 
the diabetic condition. At the end of the treatment period, 
all rats were subjected to 12 hours of overnight fasting. 
Next, the rats were anesthetized intraperitoneally with 
a combination of ketamine (90 mg/kg) and xylazine 
(10 mg/kg) solution and humanely sacrificed (19). 
Thereafter, blood samples were collected via intracardiac 
puncture for biochemical analyses. Serum was prepared 
by coagulating blood samples at room temperature for 
15-30 minutes and centrifugation at 1500 × g for 15 
minutes. The supernatant sera were stored in aliquots at 
a temperature of -80°C. Immediately after dissection, 
tissue samples were separated, rinsed in ice-cold 
saline, frozen in liquid nitrogen, and kept at -80°C for 
subsequent biochemical and quantitative polymerase 
chain reaction (PCR)-based gene expression analyses. 
A portion of the tissues were fixed in 10% formalin 
(Merck, Germany) and subjected to histopathological 
examination.

Biochemical analysis
Serum insulin levels were estimated with a 

commercial rat insulin ELISA kit in accordance with 
the guidance provided by the manufacturer (Demeditec, 
Germany). The concentration of serum-free fatty acids 
(FFA) was quantified using an EnzyChrom™ free 
fatty acid kit (BioAssay Systems, USA). ELISA was 
performed to evaluate ROS levels in the serum of 
the experimental groups (MyBioSource, USA). The 
levels of serum and hepatic tumor necrosis factor-α 
(TNF-α), a proinflammatory cytokine, were measured 
in accordance with the manufacturer’s protocol 
(RayBiotech, USA). A commercially available kit 
was used to determine adiponectin levels in the serum 
samples (Abcam, UK).

Determination of hepatic carbohydrate metabolic 
enzymes and glycogen

A portion of the harvested liver tissue underwent the process 
of homogenization in Tris-HCl buffer (100 mM, pH=7.4) 
centrifuged at 3000 × g for 10 minutes at the temperature 
of 4°C. The resultant supernatant was used to evaluate the 
carbohydrate-metabolizing enzyme activity. The protein 
content of the supernatant was estimated by the Bradford 
method (20). Hepatic glucokinase (GK), glucose-6-phosphate 
dehydrogenase (G6PD), glucose-6-phosphatase (G6Pase), 
and fructose-1,6-bisphosphatase (FBPase) activities and 
glycogen content in the liver of experimental rats were 
assessed according to previously described methods (21).

RNA extraction and real-time polymerase chain 
reaction analysis

To identify gene expression, total RNA was extracted 
from snap-frozen tissue samples using an RNX-Plus kit 
(SinaClon, Iran), followed by DNase I digestion (Yekta 
Tajhiz Azma, Iran). Agarose gel electrophoresis was 
employed to confirm the integrity of isolated RNA. A 
NanoDrop ND-1000 spectrophotometer (NanoDrop 
Technologies, USA) was utilized to quantify RNA 
concentration in all experimental groups. The purity of 
RNA samples was determined using an A260/A280 ratio 
of 1.8-2.0. Next, isolated total RNA (1 µg) was reverse-
transcribed to obtain complementary DNA (cDNA) 
using a PrimeScript RT Reagent Kit according to the 
manufacturer’s recommendations (TaKaRa, Japan). Real-
time quantitative PCR (qPCR) was carried out using YTA 
SYBR Green qPCR Master Mix (Yekta Tajhiz Azma, 
Iran) on a StepOnePlus Real-Time PCR system (Applied 
Biosystems, USA) at optimized cycles. The cDNA was 
amplified with gene-specific primer pairs (SinaClon, 
Iran), as listed in Table S1 (See Supplementary Online 
Information at www.celljounal.org). Melting curve 
analysis was applied to verify primer specificity. Each 
reaction was run in triplicate. Transcription of the β-actin 
(Actb) housekeeping gene was employed as the internal 
control for normalization. The relative target mRNA 
expression was determined via the 2−ΔΔCt  method (22).

MicroRNA extraction and real-time polymerase chain 
reaction for miR-27b

To evaluate the effect of VAE administration on miR-27b 
expression levels, the homogenized liver suspension was 
applied to extract total miRNA using a miRNA isolation 
kit following the manufacturer’s protocol (Favorgen, 
Taiwan). Polyadenylation and reverse transcription 
were performed according to the manufacturer’s 
recommendations using a miRCURY LNA Universal 
cDNA Synthesis Kit II (Exiqon, Denmark). Tissue-
derived miR-27b expression levels (mature sequence, 
5´-UUCACAGUGGCUAAGUUCUGC-3´) were analyzed 
by qPCR using ExiLENT SYBR Green master mix 
(Exiqon, Denmark). PCR assays were performed in 
triplicate for each sample utilizing the StepOnePlus Real-
Time PCR system. Hepatic expression of miR-27b was 
normalized to that of U6 small nuclear RNA (U6 snRNA) 
and calculated using the 2-∆∆CT method.

Histological analysis
The effects of VAE on the histopathological alterations 

in the liver were evaluated. The excised liver tissues were 
washed with normal saline, immediately fixed in a 10% 
neutral formalin solution for 48 hours, and routinely 
processed for histological examination using the paraffin 
method. Paraffin-embedded tissues were cut into serial 
sections with 5 μm thickness and separately stained with 
Hematoxylin and Eosin (H&E) dye. The slides were 
examined under a light microscope (Olympus Corp., 
Japan), and images captured using a digital camera (23).

https://www.celljournal.org/jufile?ar_sfile=3958703
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Statistical analysis

All data are presented as mean ± standard deviation 
(SD). To conduct statistical analysis, data were evaluated 
by one-way analysis of variance (ANOVA) followed by 
Tukey’s post hoc test using GraphPad Prism software 
version 8.4.3 (La Jolla, CA, USA). Statistical significance 
was set at P<0.05.

Results
Effect of VAE on the clinical parameters

Alterations in food and water intake, body mass 
gain, and blood glucose levels were monitored in all 
experimental rats during the 42-day treatment period. 
Food, water intake and blood glucose levels in diabetic 
animals were considerably increased compared to the 
NC group (P=0.00, Figs.S1, S2, S3, See Supplementary 
Online Information at www.celljounal.org). Compared to 
the NC groups, untreated diabetic rats exhibited marked 
loss of body weight (P=0.00, Fig.S4, See Supplementary 
Online Information at www.celljounal.org). Treatment of 
diabetic animals with VAE remarkably ameliorated these 
parameters.

Effect of VAE on the levels of serum insulin, free fatty 
acid, and reactive oxygen species

The levels of serum insulin, FFA, and ROS of control 
and experimental rats are enumerated in Table 1. The 
ELISA test showed that the serum insulin level was 
dramatically diminished (P=0.000) in untreated diabetic 
rats compared to normal controls at the end of the 42-day 
study period. The insulin level of VAE-treated diabetic rats 
was elevated notably in comparison to the corresponding 
controls (P=0.04).

As shown, DC rats exhibited elevated levels of serum 
FFA compared to normal rats (P=0.02). A marked decline 
in the serum FFA levels was observed in diabetic rats 
following VAE administration (P=0.03).

ROS levels were drastically raised in control diabetic 
animals compared to NC rats (P=0.000). However, in 
animals receiving VAE, the serum levels of ROS were 

significantly diminished compared to diabetic controls 
(P=0.006).

Effect of VAE administration on serum and hepatic 
TNF-α levels

To elucidate whether TNF-α levels were affected 
by VAE administration, the serum and hepatic levels 
of TNF-α were evaluated in all experimental groups. 
Figure 1A, B represent that serum and hepatic levels 
of TNF-α in diabetic animals were considerably higher 
than those in the NC group (P=0.000). Nevertheless, 
oral administration of VAE remarkably decreased 
serum and hepatic TNF-α levels (P=0.009 and P=0.046, 
respectively).

Effect of VAE administration on serum adiponectin 
levels

Figure 1C shows the effect of VAE on serum 
adiponectin levels in all experimental groups. Diabetic 
rats demonstrated a significant diminution in adiponectin 
concentration in comparison to the NC group (P=0.001). 
Administration of VAE to diabetic rats remarkably 
increased serum adiponectin level (P=0.012).

Effect of VAE on activities of hepatic carbohydrate 
metabolic enzymes and glycogen content

Table 2 exhibits the impact of VAE treatment 
on carbohydrate metabolic enzyme activities and 
glycogen levels in the liver of normal and alloxan-
induced diabetic rats. DC rats demonstrated a prompt 
decline in the activity of GK (P=0.000) and G6PD 
(P=0.002) and a concomitantly significant elevation in 
the activity of G6Pase (P=0.04) and FBPase (P=0.005) 
compared to NC rats. The altered activities of these 
enzymes reverted to near-normal values after VAE 
administration.

Compared to the NC group, hepatic glycogen 
concentration was significantly diminished (P=0.002) in 
diabetic rats. The treatment of diabetic animals with VAE 
showed remarkable amelioration in hepatic glycogen 
storage (P=0.04).

Table 1: Effect of VAE on serum insulin levels and other variables

Groups Normal control Normal+VAE Diabetic control Diabetic+VAE

Serum insulin (μU/mL) 15.21 ± 0.98 14.84 ± 1.43 4.90 ± 0.82*** 7.63 ± 1.25≠

Serum FFA (mg/mL) 70.76 ± 3.14 74.29 ± 5.66 151.14 ± 3.25* 92.88 ± 7.41≠≠

Serum ROS (U/ml) 3.34 ± 0.25 3.86 ± 0.81 31.62 ± 5.63*** 11.27 ± 8.03≠≠

Each value represents the mean ± SD of eight rats per group. Evaluation was performed by one-way ANOVA followed by post hoc Tukey’s test. *; P<0.05, 
***; P<0.001, in comparison to the normal control group, ≠ ; P<0.05, ≠≠ ; P<0.01, in comparison to the diabetic control group, FFA; Free fatty acids, and ROS; 
Reactive oxygen species.

https://www.celljournal.org/jufile?ar_sfile=3958703
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Fig.1: Effect of VAE on TNF-α and adiponectin levels in normal and experimental rats. A. Serum TNF-α levels, B. Hepatic TNF-α levels, and C. Serum 
adiponectin levels. Bars represent the mean ± SD of eight rats per group. Evaluation was carried out by one-way ANOVA followed by post hoc Tukey’s test. 
*; P<0.05, **; P<0.01, ***; P<0.001: statistical differences in comparison to the diabetic control group, TNF-α; Tumor necrosis factor-α, NC; Normal control, 
N+VAE; Normal rats subjected to VAE treatment, DC; Diabetic control, and D+VAE; Diabetic rats subjected to VAE treatment.

Effect of VAE on expression of key genes associated 
with glucose and lipid metabolism

To investigate the effect of VAE administration on the 
expression of genes involved in hepatic glucose and lipid 
metabolism, qPCR was performed in all experimental 
groups. These results revealed a dramatically reduced 
amount of insulin receptor substrate 1 (Irs1) expression 
in DC rats compared to that in NC animals (P=0.000). 
However, the expression levels of Irs1 significantly 
enhanced in VAE-treated diabetic rats in contrast to the DC 
groups that did not receive treatment (P=0.025, Fig.2A). 
Glucose transporter 2 (GLUT2) plays an essential role 
in liver glucose transport (24). The transcription level of 
Glut2 was notably downregulated in diabetes-induced 
rats in comparison to normal controls (P=0.002). On the 
other hand, the administration of VAE to diabetic group 
of rats led to a marked increase in Glut2 expression levels 
(P=0.029, Fig.2B).

The expression of peroxisome proliferator-activated 
receptor gamma (Pparg) was found to be significantly 

Table 2: Effect of VAE on the activities of carbohydrate metabolic enzymes and glycogen content in the liver of all experimental rats

Groups GKa G6PDb G6Pasec FBPased Liver glycogene

Normal control 0.19 ± 0.01 4.73 ± 0.12 0.17 ± 0.01 0.34 ± 0.02 45.24 ± 3.61

Normal+VAE 0.18 ± 0.04 4.77 ± 0.27 0.16 ± 0.01 0.32 ± 0.03 47.16 ± 4.05

Diabetic control 0.09 ± 0.01*** 2.51 ± 0.23** 0.28 ± 0.01* 0.57 ± 0.04** 21.17 ± 2.18**

Diabetic+VAE 0.14 ± 0.02≠ 3.01 ± 0.36≠ 0.21 ± 0.02≠≠ 0.39 ± 0.03≠ 34.28 ± 3.23≠

Each value represents the mean ± SD of eight rats per group. Evaluation was carried out by one-way ANOVA followed by post hoc Tukey’s test.*; P<0.05, 
**; P<0.01, ***; P<0.001, in comparison to the normal control group, ≠; P<0.05, ≠≠; P<0.01, in comparison to the diabetic control group, GK; Glucokinase, 
G6PD; Glucose-6-phosphate dehydrogenase, G6Pase; Glucose-6-phosphatase, FBPase; Fructose-1,6-bisphosphatase, a; μmol of glucose phosphorylated/
hour/mg protein, b; nmol of NADPH formed/minute/mg protein, c; μmol of Pi liberated/minute/mg protein, d; μmol of Pi liberated/hour/mg protein, and 
e; mg/g tissue.

upregulated in the liver of diabetic rats compared to that in 
normal controls (P=0.003). The treatment of diabetic rats 
with VAE considerably downregulated Pparg expression 
(P=0.032, Fig.2C). Diabetic rats displayed a drastic 
increase in the transcription level of sterol regulatory 
element-binding protein 1c (Srebp1c) compared to NC 
rats (P=0.000). VAE administration ameliorated the 
alloxan-induced increase in Srebp1c gene expression 
(P=0.03, Fig.2D).

Effect of VAE on expression levels of hepatic miR-27b

Next, we identified the potential effect of VAE on the 
expression levels of hepatic miR-27b. qPCR analysis was 
performed to examine the modulatory impact of VAE on 
the expression of miR-27b in all experimental groups. 
The hepatic expression of miR-27b was significantly 
lower in DC rats than in normal controls (P=0.0018). 
Meanwhile, VAE-treated diabetic rats showed a significant 
upregulation in miR-27b expression levels compared to 
untreated diabetic group (P=0.045, Fig.3).

A B C
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Fig.2: Effect of VAE on hepatic expression of key glucose and lipid metabolism-associated genes. A. Irs1, B. Glut2, C. Pparg, and D. Srebp1c expression 
levels. Bars represent the mean ± SD of eight rats per group. Evaluation was performed by one-way ANOVA followed by post hoc Tukey’s test. *; P<0.05, 
**; P<0.01, ***; P<0.001: statistical differences in comparison to the diabetic controls, NC; Normal control, N+VAE; Normal rats subjected to VAE treatment, 
DC; Diabetic control, and D+VAE; Diabetic rats subjected to VAE treatment.

Fig.3: Effect of VAE on hepatic expression levels of miR-27b in normal and 
experimental rats. Bars represent the mean ± SD of eight rats per group. 
Evaluation was accomplished by one-way ANOVA followed by post hoc 
Tukey’s test. *; P<0.05, **; P<0.01: statistical differences in comparison 
to the diabetic control group, NC; Normal control, N+VAE; Normal rats 
subjected to VAE treatment, DC; Diabetic control, and D+VAE; Diabetic 
rats subjected to VAE treatment.

Effect of VAE on histopathology of liver

To elucidate whether hepatic biochemical and 
molecular alterations lead to structural modifications 
at the microscopic level, a histological assessment 
was performed. Figure 4 illustrates the morphological 
features of the liver tissues of control and experimental 
rats. Photomicrographs of hepatic tissues from NC 
and normal rats treated with VAE displayed a well-
preserved cellular architecture with normal nuclei 
and cytoplasm (Fig.4A, B). In comparison to the NC 
groups, histological abnormalities were observed in the 
liver tissues of DC rats characterized by disintegrated 
hepatic cells, degeneration, and mild inflammation 
accompanied by moderate fatty changes (Fig.4C). 
Treatment with VAE resulted in a near-normal 
hepatocyte arrangement with minimal inflammatory 
damage and fatty degeneration (Fig.4D). These 
findings imply that VAE treatment can ameliorate 
abnormal morphology in diabetic rats.

A

C

B
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Fig.4: Histopathological observations of H&E-stained liver sections from normal and experimental rats (×40, scale bar: 150 µm). A. Normal control rats, B. 
Normal rats subjected to VAE treatment, C. Diabetic control rats, and D. Diabetic rats subjected to VAE treatment. Arrows indicate fatty changes.

Discussion
Diabetes is a heterogeneous metabolic disorder 

characterized by hyperglycemia arising from impaired 
carbohydrate metabolism and insulin secretion (1). The 
ultimate goal of all diabetes remedies is to normalize 
glycemia and improve health status. There is a rising 
trend toward the use of traditional medicinal plants for the 
diabetes treatment. 

The antidiabetic therapeutic properties of V. 
arctostaphylos fruit have been tested in several clinical 
trials (12, 13). Administration of the hydroalcoholic extract 
of V. arctostaphylos berries to type 2 diabetic patients 
reduced hyperglycemic conditions through decreasing 
fasting blood sugar and HbA1c levels (13). The previous 
research conducted by this group showed that ethanolic 
fruit extract of V. arctostaphylos improved blood sugar 
levels, lipid profiles, and antioxidant enzymes activities 
in Allegan-induced diabetic rats (16). In light of these 

findings, the present investigation aimed to provide new 
insights into understanding other antidiabetic properties 
of V. arctostaphylos. This study examined the effects of V. 
arctostaphylos fruit on the mechanism of actions involved 
in hepatic glucose regulation and lipid metabolism. 
Moreover, to ascertain the molecular mechanisms 
mediating VAE antidiabetic properties, the expression of 
key metabolic genes as long as miR-27b were investigated 
at both transcriptional and posttranscriptional levels.

Liver dysfunction is among the foremost complications 
of Diabetes mellitus. The activities of key regulatory 
enzymes relevant to hepatic glycolysis, gluconeogenesis, 
and glycogenesis are altered in diabetes. GK is the 
first rate-limiting enzyme in the glycolytic pathway 
that transfers a phosphoryl group from ATP to glucose, 
resulting in glucose-6-phosphate. It is well-established 
that restored GK activity correlates with an overall 
improvement in glucose homeostasis (21). Our findings 
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indicated that hepatic GK activity was remarkably lower 
in diabetic rats than in normal controls. Decreased activity 
of GK is attributed to insulin deficiency as a repercussion 
of alloxan-mediated β-cell cytotoxicity and degeneration. 
However, the administration of VAE to diabetic rats 
improved the activity of this enzyme.

G6PD is the rate-limiting enzyme of the hexose 
monophosphate shunt that maintains anabolic biosynthesis 
and redox homeostasis. In diabetic conditions, the 
decrease in G6PD activity and subsequent NADPH 
levels makes the cells more susceptible to oxidative stress 
(25). According to our data, G6PD activity increased 
significantly in diabetic rats upon treatment with VAE.

G6Pase controls the last step of gluconeogenesis and 
dephosphorylates glucose-6-phosphate to glucose and 
free phosphate. Insufficient insulin levels elevate G6Pase 
activity and endogenous glucose production, thereby 
giving rise to diabetic complications (21). In the present 
work, diabetic rats exhibited high activity of G6Pase, 
while oral administration of VAE restored the enzyme 
activity close to normal levels. FBPase is responsible 
for the second irreversible step in gluconeogenesis and 
catalyzes the hydrolytic dephosphorylation of fructose-
1,6-bisphosphate to fructose-6-phosphate, representing a 
promising target for glycemic control. Diabetes impairs 
the suppression of FBPase, leading to excessive hepatic 
glucose output and hyperglycemia (26). Our data revealed 
VAE decreased the activity of this gluconeogenic enzyme 
in diabetic rats.

The current study showed that the concentration 
of hepatic glycogen, the principal storage form of 
carbohydrates, was declined in diabetic animals 
compared to normal controls. The administration of VAE 
considerably augmented glycogen concentration in the 
livers of control diabetic rats. Overall, our aforementioned 
findings were consistent with those of studies reporting 
the beneficial effects of herbal supplements on hepatic 
glycogen and carbohydrate metabolizing enzymes in 
diabetic models (27).

Adiponectin is the most common adipokine synthesized 
by adipose tissue and possesses antidiabetic, anti-
inflammatory, and anti-atherogenic properties. Low 
adiponectin levels correlate with insulin resistance, 
obesity, and fatty liver disease. The antidiabetic effects 
of adiponectin are thought to be partially mediated 
by abrogating the expression of phosphoenolpyruvate 
carboxylase (PEPCK) and G6PD which reduce the 
synthesis and release of endogenous glucose from liver 
cells (28). Chemically-induced diabetic rats showed 
reduced levels of circulating adiponectin (29), and these 
findings corroborate our observations in the diabetes-
induced group. However, a dramatic increase was 
observed in diabetic rats treated with VAE compared to 
corresponding controls. Similarly, in a study by Dadgar et 
al. (30), the potential effect of herbal extracts was reported 
in elevating adiponectin levels in diabetic rodents. 
Adiponectin and TNF-α exhibit an inverse correlation 

(31). This notion could explain our findings, where we 
observed increased levels of TNF-α in both the serum and 
hepatic tissues of the untreated diabetic group. Supporting 
these findings, Ingaramo et al. (32) demonstrated elevated 
levels of TNF-α and its receptor in the livers of diabetic 
rats. Results of this study imply that supplementation with 
V. arctostaphylos fruit extract reduced TNF-α levels, thus 
highlighting its potent anti-inflammatory properties.

From a molecular point of view, we examined the 
expression levels of Irs1 (upstream of insulin signaling) 
and Glut2 in the livers of experimental animals to determine 
how VAE activates insulin signaling and glucose uptake. 
IRS1 plays a vital role in insulin-mediated responses, and 
decreased mRNA levels of Irs could potentially lead to 
the progression of insulin resistance and diabetes (11). 
Our data revealed a significant decrease in hepatic Irs1 
expression after toxic alloxan treatment. However, VAE 
administration increased the mRNA expression of Irs1, 
thereby promoting downstream signaling. It might be 
speculated that VAE may partially exert its antidiabetic 
effects by upregulating Irs1 levels.

As evidenced, circulating glucose is taken up by 
GLUT2 in the liver. Reduced expression of hepatic Glut2 
impairs glucose uptake (24). We observed a diminution in 
hepatic Glut2 mRNA levels in control diabetic animals. 
However, VAE administration significantly upregulated 
Glut2 expression in the livers of diabetic rats compared 
to that in the untreated diabetic group. Collectively, VAE 
upregulated Irs1 and Glut2 and promoted liver function 
for glucose uptake.

Lipid perturbation can be a risk factor for diabetes. In 
this study, we investigated the expression levels of Pparg 
and Srebp1c to comprehend the hepatic lipid metabolism 
in diabetes-induced rats.

PPARγ is required for metabolic balance and has 
garnered considerable interest owing to its diverse 
functions in glucose and lipid metabolism. Studies using 
rodent models have demonstrated that PPARγ activation 
is critically associated with the development of hepatic 
steatosis and lipotoxicity (33). In this study, the DC 
group exhibited overexpression of Pparg compared to 
the normal controls. These results are in accordance with 
those of previous in vivo experiments (34). Modulation of 
Pparg expression by herbal compounds (35) supports the 
VAE-induced depletion of Pparg in diabetic rats.

SREBP1c is a crucial transcription factor that is 
involved in fatty acid biosynthesis. It has been reported 
that overexpression of Srebp1c increases the expression 
of lipogenic-associated genes, including fatty acid 
synthase (Fasn) and acetyl-CoA carboxylase (Accca), 
accumulating intracellular triglycerides within lipid 
droplets in hepatocytes (36). The findings of this research 
indicated the upregulation of hepatic Srebp1c in the diabetic 
state. This is consistent with earlier reports on diabetic 
rodent models (34). In this study, VAE administration 
effectively attenuated Srebp1c expression close to normal 
values, reducing lipid synthesis and droplet formation, as 
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supported by our histological findings.
The crucial role of miR-27b as a key metabolic regulator 

in hepatic lipid metabolism has been well-established in 
animal and human research (9). Ji et al. (37) reported that in 
vitro inhibition of miR-27b reestablished cytoplasmic lipid 
droplet formation in rat hepatic stellate cells. Bioinformatic 
and experimental target gene analyses demonstrated that 
miR-27b directly and indirectly regulates key genes 
involved in hepatic lipid metabolism [e.g., Pparg, Srebp1c 
(38)], and insulin signaling in hepatocytes (4). Notably, 
miR-27b attenuates hepatic glucose output by modulating 
the expression of gluconeogenic enzymes such as G6Pase. 
Our data revealed that miR-27b abundance was depleted 
in the livers of diabetic rats. Imperatively, the results of the 
current research indicated that VAE treatment stimulate 
miR-27b expression in diabetic animals.

Qin et al. found that a flavonoid derivative (Fla-CN) 
regulated miR-27 expression in the liver and adipose 
tissues of high-fat diet-induced obese mice (39). 
Therefore, it is plausible to speculate that VAE exerts its 
hepatoprotective effects by enhancing miR-27b expression 
and downregulating the expression of its target genes.

In view of the above findings, it is hypothesized that hepatic 
gene expression changes elicited by alloxan during the 42-
day study period could slightly shift the metabolic status 
of liver cells toward fatty acid storage and dyslipidemia, 
as reinforced by our histological observations. DC rats in 
this study showed histopathological alterations, such as 
hepatocellular necrosis, inflammation, and fat droplets, 
compared to normal liver sections. Similar results were 
obtained in a previous experiment (40). In contrast, VAE 
administration significantly reduced these abnormalities 
and improved the liver histoarchitecture, suggesting the 
tissue-protective nature of VAE.

Conclusions
Taken together, the results of the current biochemical 

and expression-based study add to the picture of the 
antidiabetic properties of V. arctostaphylos fruit. These 
findings shed light on the mechanisms of action underlying 
the hepatoprotective effects of VAE. VAE efficiently 
ameliorates hyperglycemia, dyslipidemia, oxidative 
stress, and inflammatory states.

This study provides further scope to evaluate the effects 
of VAE at the molecular level. Apart from improving 
hepatic carbohydrate metabolizing enzymes activity and 
glycogen content, VAE also governs the expression of 
genes involved in glucose and lipid homeostasis in liver. 
According to our findings, it can be asserted that VAE 
may alleviate diabetes-induced hepatic lipotoxicity by 
upregulating miR-27b and modulating the expression 
of its target genes, which are correlated with lipid 
metabolism. These results are consistent with our hepatic 
histopathological assessment.

Acknowledgments
The authors would like to thank the personnel of the 

Department of Cellular and Molecular Biology of the 
University of Tehran for their guidance and assistance. 
The financial support from the Iran National Science 
Foundation (No. 92044182) is gratefully acknowledged.

Authors’ Contributions
Sh.M.K.; Conceptualization, Validation, Writing, 

Review, Editing, Supervision, and Project administration. 
N.S.; Methodology, Software, Formal Analysis, 
Investigation, Data curation, Writing, Original draft 
preparation, and Visualization. M.I.; Data Curation, 
Writing, Review, and Editing. All authors read and 
approved the final version of the article.

References
1. Bereda G. Risk factors, complications and management of diabe-

tes mellitus. Am J Biomed Sci Res. 2022; 16 (4): 409-412.
2. Li Y, Mai Y, Qiu X, Chen X, Li C, Yuan W, Hou N. Effect of long-term 

treatment of Carvacrol on glucose metabolism in Streptozotocin-
induced diabetic mice. BMC Complement Med Ther. 2020; 20(1): 
142.

3. Klieser E, Mayr C, Kiesslich T, Wissniowski T, Fazio PD, Neureiter 
D, et al. The crosstalk of mirna and oxidative stress in the liver: 
from physiology to pathology and clinical implications. Int J Mol 
Sci. 2019; 20(21): 5266. 

4. Benito-Vicente A, Uribe KB, Rotllan N, Ramírez CM, Jebari-
Benslaiman S, Goedeke L, et al. miR-27b modulates insulin sign-
aling in hepatocytes by regulating insulin receptor expression. Int J 
Mol Sci. 2020; 21(22): 8675.

5. Saliani N, Montazersaheb S, Montasser Kouhsari S. Micromanag-
ing glucose tolerance and diabetes. Adv Pharm Bull. 2017; 7(4): 
547-556. 

6. Chen WJ, Yin K, Zhao GJ, Fu YC, Tang CK. The magic and mys-
tery of microRNA-27 in atherosclerosis. Atherosclerosis. 2012; 
222(2): 314-323. 

7. Nielsen LB, Wang C, Sørensen K, Bang-Berthelsen CH, Hansen 
L, Andersen ML, et al. Circulating levels of microRNA from chil-
dren with newly diagnosed type 1 diabetes and healthy controls: 
evidence that miR-25 associates to residual beta-cell function and 
glycaemic control during disease progression. Exp Diabetes Res. 
2012; 2012: 896362. 

8. Wang S, Ai H, Liu L, Zhang X, Gao F, Zheng L, et al. Micro-RNA-
27a/b negatively regulates hepatic gluconeogenesis by targeting 
FOXO1. Am J Physiol Endocrinol Metab. 2019; 317(5): E911-
E924. 

9. Vickers KC, Shoucri BM, Levin MG, Wu H, Pearson DS, Osei-
Hwedieh D, et al. MicroRNA-27b is a regulatory hub in lipid me-
tabolism and is altered in dyslipidemia. Hepatology. 2013; 57(2): 
533-542. 

10. Shin PK, Kim MS, Park SJ, Kwon DY, Kim MJ, Yang HJ, et al. A tra-
ditional korean diet alters the expression of circulating micrornas 
linked to diabetes mellitus in a pilot trial. Nutrients. 2020; 12(9): 
2558.

11. Gharib E, Montasser Kouhsari S, Izad M. Punica granatum L. fruit 
aqueous extract suppresses reactive oxygen species-mediated 
p53/p65/miR-145 expressions followed by elevated levels of irs-1 
in alloxan-diabetic rats. Cell J. 2018; 19(4): 520-527.

12. Soltani R, Hakimi M, Asgary S, Ghanadian SM, Keshvari M, Sar-
rafzadegan N. Evaluation of the effects of vaccinium arctostaphy-
los l. fruit extract on serum lipids and hs-CRP levels and oxidative 
stress in adult patients with hyperlipidemia: a randomized, double-
blind, placebo-controlled clinical trial. Evid Based Complement Al-
ternat Med. 2014; 2014: 217451. 

13. Kianbakht S, Abasi B, Dabaghian FH. Anti-hyperglycemic effect of 
Vaccinium arctostaphylos in type 2 diabetic patients: a randomized 
controlled trial. Forsch Komplementmed. 2013; 20(1): 17-22.

14. Huang H, Luo Y, Wang Q, Zhang Y, Li Z, He R, et al. Vaccinium as 
potential therapy for diabetes and microvascular complications. 
Nutrients. 2023; 15(9): 2031.

15. Nickavar B, Amin G. Bioassay-guided separation of an alpha-am-
ylase inhibitor anthocyanin from Vaccinium arctostaphylos berries. 
Z Naturforsch C J Biosci. 2010; 65(9-10): 567-570. 

https://scholar.google.com/citations?user=yYcLh_EAAAAJ&hl=en&oi=sra


Cell J, Vol 25, No 10, October 2023 726

Antidiabetic Effects of Vaccinium arctostaphylos Fruit

16. Feshani AM, Kouhsari SM, Mohammadi S. Vaccinium arctostaphy-
los, a common herbal medicine in Iran: molecular and biochemical 
study of its antidiabetic effects on alloxan-diabetic Wistar rats. J 
Ethnopharmacol. 2011; 133(1): 67-74. 

17. Gharib E, Montasser Kouhsari S. Study of the antidiabetic activity 
of punica granatum l. fruits aqueous extract on the alloxan-diabetic 
wistar rats. Iran J Pharm Res. 2019; 18(1): 358-368.

18. Gargouri M, Hamed H, Akrouti A, Dauvergne X, Magné C, El Feki 
A. Effects of Spirulina platensis on lipid peroxidation, antioxidant 
defenses, and tissue damage in kidney of alloxan-induced diabetic 
rats. Appl Physiol Nutr Metab. 2018; 43(4): 345-354. 

19. Bagheri Y, Barati A, Nouraei S, Jalili Namini N, Bakhshi M, Fathi 
E, et al. Comparative study of gavage and intraperitoneal adminis-
tration of gamma-oryzanol in alleviation/attenuation in a rat animal 
model of renal ischemia/reperfusion-induced injury. Iran J Basic 
Med Sci. 2021; 24(2): 175-183. 

20. Bradford MM. A rapid and sensitive method for the quantitation of 
microgram quantities of protein utilizing the principle of protein-dye 
binding. Anal Biochem. 1976; 72: 248-254.

21. Murali R, Srinivasan S, Ashokkumar N. Antihyperglycemic effect 
of fraxetin on hepatic key enzymes of carbohydrate metabolism 
in streptozotocin-induced diabetic rats. Biochimie. 2013; 95(10): 
1848-1854. 

22. Montazersaheb S, Kabiri F, Saliani N, Nourazarian A, Avci ÇB, Rah-
barghazi R, et al. Prolonged incubation with Metformin decreased 
angiogenic potential in human bone marrow mesenchymal stem 
cells. Biomed Pharmacother. 2018; 108: 1328-1337. 

23. Bagheri Y, Sadigh-Eteghad S, Fathi E, Mahmoudi J, Abdollahpour 
A, Namini NJ, et al. Hepatoprotective effects of sericin on aging-
induced liver damage in mice. Naunyn Schmiedebergs Arch Phar-
macol. 2021; 394(12): 2441-2450.

24. Thorens B. GLUT2, glucose sensing and glucose homeostasis. 
Diabetologia. 2015; 58(2): 221-232. 

25. Çelik R, Mert H, Comba B, Mert N. Effects of cinnamaldehyde on 
glucose-6-phosphate dehydrogenase activity, some biochemical 
and hematological parameters in diabetic rats. Biomarkers. 2022; 
27(3): 270-277. 

26. Mata R, Flores-Bocanegra L, Ovalle-Magallanes B, Figueroa M. 
Natural products from plants targeting key enzymes for the future 
development of antidiabetic agents. Nat Prod Rep. 2023; 40(7): 
1198-1249. 

27. Lee J, Noh S, Lim S, Kim B. Plant extracts for type 2 diabetes: 
from traditional medicine to modern drug discovery. Antioxidants 
(Basel). 2021; 10(1): 81. 

28. Ruan H, Dong LQ. Adiponectin signaling and function in insulin tar-

get tissues. J Mol Cell Biol. 2016; 8(2): 101-109. 
29. Guo Z, Xia Z, Yuen VG, McNeill JH. Cardiac expression of adi-

ponectin and its receptors in streptozotocin-induced diabetic rats. 
Metabolism. 2007; 56(10): 1363-1371.

30. Dadgar H, Kermanshahi H, Jaafari MR, Javadmanesh A. Effects of 
curcumin and its nan-omicelle form on body weight, insulin resist-
ance, adiponectin, and blood parameters of streptozotocin-induced 
diabetic rats. Iran J Vet Sci Technol. 2022; 14(3): 38-45.

31. Xu A, Wang Y, Keshaw H, Xu LY, Lam KS, Cooper GJ. The fat-
derived hormone adiponectin alleviates alcoholic and nonalcoholic 
fatty liver diseases in mice. J Clin Invest. 2003; 112(1): 91-100.

32. Ingaramo PI, Ronco MT, Francés DE, Monti JA, Pisani GB, Cebal-
los MP, et al. Tumor necrosis factor alpha pathways develops liver 
apoptosis in type 1 diabetes mellitus. Mol Immunol. 2011; 48(12-
13): 1397-1407. 

33. Gavrilova O, Haluzik M, Matsusue K, Cutson JJ, Johnson L, Dietz 
KR, et al. Liver peroxisome proliferator-activated receptor gamma 
contributes to hepatic steatosis, triglyceride clearance, and regula-
tion of body fat mass. J Biol Chem. 2003; 278(36): 34268-34276. 

34. Lin CH, Wu JB, Jian JY, Shih CC. (-)-Epicatechin-3-O-β-D-
allopyranoside from Davallia formosana prevents diabetes and 
dyslipidemia in streptozotocin-induced diabetic mice. PLoS One. 
2017; 12(3): e0173984. 

35. Wu L, Guo C, Wu J. Therapeutic potential of PPARγ natural ago-
nists in liver diseases. J Cell Mol Med. 2020; 24(5): 2736-2748. 

36. Stoeckman AK, Towle HC. The role of SREBP-1c in nutritional reg-
ulation of lipogenic enzyme gene expression. J Biol Chem. 2002; 
277(30): 27029-27035. 

37. Ji J, Zhang J, Huang G, Qian J, Wang X, Mei S. Over-expressed 
microRNA-27a and 27b influence fat accumulation and cell prolif-
eration during rat hepatic stellate cell activation. FEBS Lett. 2009; 
583(4): 759-766. 

38. Hsu CC, Lai CY, Lin CY, Yeh KY, Her GM. MicroRNA-27b Depletion 
Enhances Endotrophic and Intravascular Lipid Accumulation and 
Induces Adipocyte Hyperplasia in Zebrafish. Int J Mol Sci. 2017; 
19(1): 93. 

39. Qin N, Chen Y, Jin MN, Zhang C, Qiao W, Yue XL, et al. Anti-obe-
sity and anti-diabetic effects of flavonoid derivative (Fla-CN) via 
microRNA in high fat diet induced obesity mice. Eur J Pharm Sci. 
2016; 82: 52-63.

40. Lucchesi AN, Cassettari LL, Spadella CT. Alloxan-induced diabe-
tes causes morphological and ultrastructural changes in rat liver 
that resemble the natural history of chronic fatty liver disease in 
humans. J Diabetes Res. 2015; 2015: 494578. 


	OLE_LINK16
	OLE_LINK26
	OLE_LINK25
	OLE_LINK24
	_Hlk125635580
	OLE_LINK34
	_Hlk136191760
	OLE_LINK19
	OLE_LINK47
	OLE_LINK3
	_Hlk122273347
	_Hlk136173243
	OLE_LINK39
	OLE_LINK14
	OLE_LINK15
	OLE_LINK21
	_Hlk136188289
	OLE_LINK1
	OLE_LINK10
	OLE_LINK7
	OLE_LINK44
	OLE_LINK9
	OLE_LINK5
	OLE_LINK8
	OLE_LINK2
	OLE_LINK12
	OLE_LINK13
	OLE_LINK22
	OLE_LINK4
	_Hlk122951761
	_Hlk134370264
	_Hlk125929351
	OLE_LINK45
	_Hlk137650091
	_Hlk125801332
	OLE_LINK48
	_Hlk136167395
	OLE_LINK6
	OLE_LINK20
	_Hlk138183394
	_Hlk138257389
	_Hlk143931074
	_Hlk138260190
	_Hlk143786191
	_Hlk137895950
	_Hlk137895895
	_Hlk137159770
	_Hlk137897065
	_Hlk137665413
	_Hlk137665580
	_Hlk137116520
	_Hlk126875936
	_Hlk126877029
	_Hlk126877060
	_Hlk123822066
	_Hlk123815391
	OLE_LINK2
	_Hlk126938852
	_Hlk127820907
	_Hlk125235740
	OLE_LINK4
	OLE_LINK3
	OLE_LINK1
	_Hlk131161730
	_Hlk142913664
	_Hlk134914159
	OLE_LINK4
	_Hlk134990591
	_Hlk134913716
	_Hlk123057693

