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Background. In diabetes mellitus (DM), analysis of changes in the biochemical
profile of erythrocytes is the important stage of complex scientific research to clarify the
mechanism of action of medicinal products based on plant raw materials. The fruits of
Cornus mas L. are widely known. The biologically active compounds of these fruits show
multiple biological effects. However, the effect of the fruit extracts of cornelian cherry
on the functional state of erythrocytes in diabetes has not been sufficiently studied. The
high glucose concentration in erythrocytes induces various structural and functional
changes, which lead to numerous disturbances in their metabolism. Glucose trans-
ported into erythrocytes by facilitated diffusion via GLUT2 undergoes catabolic break-
down in anaerobic glycolysis (90 % of all glucose) and pentose phosphate pathway
(the rest 10 %). ATP and reduced coenzymes of NADH + H* and NADPH + H* formed
due to metabolism participate in maintaining the structure of hemoglobin. Enzymes
of the antioxidant defense system, which prevent hemoglobin oxidation into methe-
moglobin, are especially important. Hyperglycemia and the development of oxidative
stress in diabetes are the cause of a decrease in the activity of antioxidant enzymes and
the accumulation of ligand forms of hemoglobin (HbCO,, MetHb, HbA1c). Therefore,
the work aimed to investigate the effect of extracts of red and yellow fruits of Cornus
mas L. on the content of end products of the glycolytic breakdown of glucose in erythro-
cytes and biochemical markers of the antioxidant status of these blood cells in rats with
streptozotocin-induced diabetes.
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Materials and Methods. DM 1 type in animals was induced by intraperitoneal
injection of streptozotocin. Experiments were performed on male Wistar rats, who, from
the 10th day after diabetes induction, were administered per os extracts of red and yel-
low fruits of the cornelian cherry and loganic acid obtained from yellow fruits at a dose
of 20 mg/kg of body weight for 14 days. On the 24th day of the experiment, the rats
were decapitated under ether anesthesia, and blood was taken. The content of pyruvate
and lactate (as the end products of anaerobic glycolysis) and L-lactate dehydrogenase
activity were determined in plasma and erythrocytes, as well as biochemical markers
of the antioxidant status of erythrocytes (activity of superoxide dismutase, catalase and
glutathione peroxidase, level of reduced glutathione, TBA-reactive substances, concen-
tration of oxidative modifications of proteins and advanced oxidation protein products).

Results. The activity of catalase, superoxide dismutase, glutathione peroxidase and
the concentration of reduced glutathione significantly increased against the decrease in
the content of oxidative modifications of proteins, advanced oxidation protein products,
TBA-reactive substances, pyruvate, L-lactate, and lactate dehydrogenase in rats with
DM after administration of the fruit extracts of the cornelian cherry. Noteworthy, these
biochemical indicators made it possible to assess the intensity of anaerobic glycolysis
and the antioxidant status of blood erythrocytes in streptozotocin diabetes.

Conclusions. Extracts of Cornus mas L. fruits might be potential natural drugs for
the treatment of metabolic disorders in diabetes, as they have a corrective effect on the
catabolic breakdown of glucose and the antioxidant defense system of erythrocytes,
preventing the development of oxidative stress. It should be pointed out that the extract
of red fruits of cornelian cherry showed the best effect among the studied extracts in
normalizing these indicators.

Keywords: diabetes mellitus, erythrocytes, extracts of Cornus mas L. fruit, pyru-
vate, lactate, antioxidant enzymes

INTRODUCTION

Type 1 diabetes mellitus (DM) is the most common autoimmune chronic disease
caused by the destruction of B-cells of the islets of Langerhans in the pancreas, which
is characterized by insulin deficiency and, as a result, hyperglycemia (Kuchurka et
al., 2022; DiMeglio et al., 2018). The morbidity of type 1 DM has been exponentially
increasing by 2-5% annually worldwide (Rodrigues Oliveira et al., 2023). In diabetes, a
chronic increase in the level of glucose activates the biochemical reactions of reactive
oxygen species (ROS) formation, so their excessive generation is an important factor in
the development of diabetic complications, such as diabetic nephropathy and retinopa-
thy, vascular thrombosis, also cardiovascular and vascular diseases as a whole (Buko
et al., 2018).

Erythrocytes are highly specialized blood cells that perform several important func-
tions in the body. These cells are implemented in the vascular bed which they normally
never leave (Wang et al., 2021). They transport oxygen, carbon dioxide, amino acids,
and medicinal substances, adsorbed to the surface of the plasma membrane, main-
tain the acid-alkaline, ion balance of blood and are involved in water-salt exchange.
Erythrocytes play an important role in regulating the activity of the hemostasis system
and execute many protective functions (Herance et al., 2023; Kuhn et al., 2017).
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Under DM, erythrocytes undergo biochemical alterations, particularly, their aggre-
gation ability intensifies, structural deformations and changes in the composition of
membrane phospholipids, and disturbances in energy metabolism with depletion of
adenosine triphosphate (ATP) levels occur (Herance et al., 2023). Glucose transport,
the concentration of which increases in the blood due to diabetes, is enhanced by facili-
tated diffusion via GLUT2 into erythrocytes with a subsequent involvement in metabolic
transformations. This monosaccharide undergoes catabolism in anaerobic glycolysis
(90% glucose) and pentose phosphate pathway (the rest 10%). ATP and reduced coen-
zymes of NADH + H* and NADPH + H* formed as a result of metabolism are involved in
maintaining the structure of hemoglobin. Due to the absence of mitochondria, anaerobic
glycolytic breakdown of glucose is the main energy source for erythrocytes. ATP, as
a product of glycolysis, is a necessary energy substance for various biochemical reac-
tions in erythrocytes to support their physiological functions, in particular, the transmem-
brane exchange of ions and organic metabolites (Wang et al., 2021).

Every day about 1400 mmol of lactate is formed in the human body. The main
sources of lactate are skin, erythrocytes, brain, muscles and intestines. The amount
of lactate increases in the body when it is needed for rapid resynthesis of ATP, which
causes a sharp rise in the rate of glycolysis. Under such conditions, pyruvate, the final
product of glycolysis, is reduced to L-lactate. This reaction is catalyzed by lactate dehy-
drogenase (LDH, EC 1.1.1.27), which oxidizes the NADH + H* to NAD* and is again
involved in glycolysis processes. If this does not happen, glycolysis will stop due to
a deficiency of oxidized NAD*. Accumulation of lactate affects the glucose breakdown,
as it slows the overall rate of glycolysis, reduces the affinity of phosphofructokinase
enzyme (EC 2.7.1.11) for ATP and fructose-6-phosphate and causes the dissociation
of the active tetrameric form of phosphofructokinase into less active dimers (Boretsky
et al., 2023).

In the conditions of intracellular hyperglycemia, not only intensive catabolic glyco-
lysis occurs, but also autooxidation of glucose, which is one of the main mechanisms of
the formation of free radicals in erythrocytes. Oxidative stress, which develops against
the increased glucose concentration, is characterized by an imbalance between the for-
mation of ROS and antioxidant defense mechanisms and plays a significant role in the
pathophysiology of erythrocytes. These blood cells are the first ones negatively affected
by endogenous and exogenous oxidants (Orrico et al., 2023).

DM refers to a group of diseases that are difficult to treat, despite significant pro-
gress in medical and biological technologies and extensive research on this pathology
(Wang et al., 2021). This necessitates the search for more effective schemes of therapy
for this endocrine disease. Besides, new antidiabetic drugs are worthy to create based
on plant raw materials, which would prevent the development of complications and
improve the quality of life in diabetic patients (Kuznetsova et al., 2016). The fruits of
cornelian cherry are widely known. They are used in a number of medical practices
due to the presence of biologically active compounds in them (Dzydzan et al., 2019;
2020; Klymenko et al., 2021). These compounds show multiple biological effects, e.g.
antioxidant, anti-inflammatory, antibacterial activity and especially significant antidia-
betic properties (Dzydzan et al., 2022; Brodyak et al., 2023). However, the effect of the
fruit extracts of the cornelian cherry on the functional state of erythrocytes in diabetes
has not been sufficiently studied. Therefore, the work aimed to investigate the effect
of extracts of red and yellow fruits of cornelian cherry (Cornus mas L.) and the iridoid
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glycoside of these fruits — loganic acid on the content of end products of the glycolytic
breakdown of glucose in erythrocytes and biochemical markers of the antioxidant status
of these blood cells in rats with streptozotocin-induced diabetes.

MATERIALS AND METHODS

Animal experiments. The research was conducted on male Wistar rats. The ani-
mals were kept in a vivarium and had free access to food and water. All experiments
were performed according to international bioethical requirements (Directive 2010/63/
EC of the European Parliament of October 22, 2010 on the protection of animals used
in scientific research and the National Institutes of Health Guide for the care and use of
laboratory animals, 1978). The bioethical examination of the experiments carried out at
the Biological Faculty of the Ivan Franko National University of Lviv was executed in the
form of a protocol No. 43-03-2024 of March 20, 2024.

Type 1 diabetes in animals was induced by intraperitoneal injection of streptozo-
tocin (STZ) (Sigma-Aldrich, St. Louis, MO, USA) at a dose of 55 mg/kg rat weight.
Glucose concentration was determined by the glucose oxidase method using the ana-
Iytical kit “Filisit-Diagnostika” (Dnipro, Ukraine). Animals with a glucose level of over
than 12 mmol/L were used in the experiment. The rats were divided into 5 groups: the
first group — control; the second group — animals with streptozotocin-induced DM; the
third, fourth, and fifth groups — rats with STZ-induced DM that were administered the
extract of red fruits (“Podolski” cultivar — BDPA 10462, ripe fruits of red color), extract
of yellow fruits (“Yantarnyi” — BDPA 14131 and “Flava” cultivars — BDPA 8795, ripe
fruits of yellow color) of C. mas L., and loganic acid (extracted from the yellow fruits of
the cornelian cherry), respectively, in a dose of 20 mg/kg of body weight. The amount
and duration of extracts administration were based on previous studies (Dzydzan et al.,
2019; 2020). Ripe fruits (C. mas L.) were collected at the Arboretum and Institute of
Physiography in Bolestraszyce (Przemysl, Poland). The extracts were obtained by
prof. Alicja Kucharska at the Department of Fruit, Vegetable, and Plant Nutraceutical
Technology at the Wroctaw University of Environmental and Life Sciences (Wroclaw,
Poland). Methods of preparation of the extracts of cornelian cherry, their identification,
and determination of bioactive compounds of extracts by UPLC-qTOF-MS/MS and
HPLC-PDA methods are described by Dzydzan et al. (Dzydzan et al., 2019; 2020).

Blood collection. On the 24th day of the experiment, rats of all experimental
groups were decapitated under ether anesthesia, and blood sampling was performed.
Blood was collected with the addition of heparin, centrifuged to obtain plasma, and
erythrocytes were washed three times with phosphate-buffered saline (137.0 mM NaCl,
2.7 mM KCI, 10.0 mM Na,HPO, - 7H,0, 1.8 mM KH,PO,; pH 7.4). The following indi-
cators were studied in erythrocytes: catalase (CAT), superoxide dismutase (SOD),
glutathione peroxidase (GPx), reduced glutathione (GSH), oxidative modifications of
proteins of a basic (OMP,,,) and neutral (OMP,,,) character, advanced oxidation pro-
tein products (AOPPs), TBA-reactive substances (TBARS). The content of pyruvate,
L-lactate, lactate/pyruvate ratio was determined in plasma and erythrocytes, and LDH
activity only in plasma.

Determination of the metabolites of anaerobic glycolysis. The concentration
of pyruvate was determined in hemolysates of erythrocytes and plasma using the ana-
Iytical kit “Filisit-Diagnostika” (Dnipro, Ukraine). The optical density of the test samples
was determined spectrophotometrically at A = 540 nm (Katsuki et al., 1961). To obtain
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protein-free blood samples to determine the L-lactate content, 50% trichloroacetic acid
was added to plasma or erythrocytes to a final concentration of 10%, the samples were
centrifuged for 5 minutes at 10000 rpm. The supernatant was neutralized with 0.5 mol/L
NaOH (to pH 7.0). The determination of L-lactate in protein-free blood samples was
carried out according to the enzymatic-chemical method with the formation of Prussian
blue. The concentration of the colored product was measured spectrophotometrically at
A =680 nm. The brightness of the color correlates with the concentration of L-lactate in
the sample (Demkiv et al., 2023). The total activity of LDH isoforms in blood plasma was
determined using the commercial kit “Filisit-Diagnostika” (Dnipro, Ukraine) by the kinetic
ultraviolet method and detected at A = 340 nm.

Antioxidant enzymes and metabolites of oxidative stress assays. The activity
of SOD was evaluated by the amount of nitro formazan formed and determined by the
method described by P. Kakkar et al. (Kakkar et al., 1984). Results were expressed as
c.u./mg of protein. The activity of CAT was evaluated by the decrease in the color inten-
sity of the H,O, complex with molybdenum salt (Go6th et al., 1991). One unit of enzyme
activity was expressed as nmol H,0,/min - mg of protein. The activity of GPx was deter-
mined by the rate of oxidation of GSH by tertiary butyl hydroperoxide and expressed in
pmol/min - mg of protein (Melekh et al., 2017). The level of GSH was measured accor-
ding to the method based on the property of glutathione to reduce 5,5'-dithiobis-2-nitro-
benzoic acid (Ellman’s reagent) with formation a colored yellow product (Chakravarty &
Rizvi, 2011). The analysis of the level of OMP of neutral and basic characters is based
on the spectrophotometric detection of hydrazones formed in the reaction of aldehyde
and ketone groups of aliphatic amino acid residues with 2,4-dinitrophenylhydrazine,
which absorb at A = 370 nm and A = 430 nm, respectively (Strugata ef al., 2019). The
determination of AOPPs formed as a result of the reaction of proteins with chlorinated
oxidants, such as chloramines, was carried out using spectrophotometric detection
(Taylor et al., 2015). The level of TBARS lipid peroxidation products was expressed
in pmol/mg hemoglobin using the molar absorption coefficient (156000 M-' - cm™') and
detected on a spectrophotometer at A = 532 nm (Strugata et al., 2019).

Statistical analysis. Statistical processing of the results was carried out using
Microsoft Excel 2013. The main statistical indicators were calculated based on direct
quantitative data obtained as a result of research (mean — M; standard error of the
mean —m). To assess the probability of the difference between the statistical character-
istics of two alternative data sets, a univariate analysis of variance (ANOVA 1) was per-
formed. A difference with a probability of p 20.95 (significance level P <0.05), calculated
using StatPlus software with post-hoc analysis, was considered significant.

RESULTS AND DISCUSSION

Despite the fact that erythrocytes provide oxygen transport for oxidative reactions
in the body, metabolism in these cells is oxygen-independent since there is no mito-
chondria in the cytoplasm. Erythrocytes metabolize glucose intensively. The glucose
transporter GLUT2 mediates its transmembrane transfer by facilitated diffusion into
these cells. Since the concentration of glucose in the blood increases under diabetes,
it is transported into erythrocytes, escalates and, accordingly, raises involvement in
metabolism. The main catabolic process in erythrocytes is glycolysis, which concludes
with the formation of two molecules of pyruvate (Wang et al., 2021). According to the
results of our experiments, the content of pyruvate increases 1.3-fold in erythrocytes
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under diabetes (Table 1). Pyruvate, the end product of glycolysis, is converted into
lactate in erythrocytes with the enzyme LDH, (Boretsky et al., 2023). We detected a 2.9-
fold increase in lactate concentration in rats’ erythrocytes in diabetes mellitus (Table 1).
Such changes might be caused by the activation of anaerobic glycolysis. A significant
increase in the ratio between these metabolites in erythrocytes of animals with experi-
mental diabetes confirms this assumption (Table 1).

The administration of extracts of red and yellow fruits of C. mas L. and loganic acid
to rats with streptozotocin-induced diabetes for 14 days caused a significant decrease
of these metabolites and the reduction in lactate/pyruvate (L/P) ratio to the values of
the control group (Table 1). The discovered changes can be explained precisely by
the anti-hyperglycemic properties of the extracts (Dzydzan et al., 2019; 2020; 2022).
A decrease in the concentration of glucose in the blood plasma after the administration
of extracts to animals with DM leads to a decline in the intensity of glucose transport
into erythrocytes and, as a result, a restoration of the balance of catabolic breakdown
of glucose in glycolysis. On the other hand, the obtained results, such as a significant
decrease in the concentration of metabolites (Table 1), complement and confirm the
effect of biologically active compounds in the extracts on carbohydrate metabolism in
diabetes (Dzydzan et al., 2019; 2020).

Table 1.Concentration of substances of carbohydrate metabolism in erythrocytes
of rats with streptozotocin-induced DM after treatment with extracts of red
(ERF), yellow (EYF) cornelian cherry fruits and loganic acid (LA)

Substances

Groups Pyruvate, mM L-lactate, mM L/P ratio, c.u.
of animals
Control 0.16 £ 0.01 3.70£0.16 225+0.5
DM 0.20 £ 0.01 *** 10.71 £ 0.21 *** 52.7 1.1 **
DM + ERF 0.17 £ 0.0 *** ### 3.82 £ 0.13 ## 21.8 £ 0.4 ##
DM + EYF 0.18 + 0.0 *** ## 4.61+0.17 ** ## 25.9 £ 0.5 ** ##
DM + LA 0.16 £ 0.01 ## 3.70 £ 0.25 ## 23.0 £ 0.4 #*
Designations. Compared to the control group: ** — P <0.01; *** — P <0.001; compared to the DM group:

##H# P <0.001

In the body, pyruvate undergoes further catabolism — in aerobic conditions to acetyl-
CoA, or in anaerobic conditions to lactate (Kuchurka et al., 2022). Since the glycolytic
process is characteristic of all cells of the human and mammalian body, pyruvate and
lactate are present in all organs and tissues, particularly in the blood. Determining the
content of these metabolites in clinical and scientific practice is one of the traditional bio-
chemical markers for conformity assessment of the adequacy of tissue oxygenation to
their metabolic, oxidizing processes (Chaudhry, Varacallo, 2024). Thus, considering the
mentioned above and the changes detected in erythrocytes, we determined the content
of these metabolites in the blood plasma (Table 2).

Analyzing the results of the level of pyruvate in the blood plasma, we established
that its content increased 1.7-fold in diabetes compared to the control (Table 2). It
should be noted that pyruvate accumulation in plasma might be due to a decrease in
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the amount or allosteric inhibition of pyruvate dehydrogenase activity (catalyzes the
conversion of pyruvate to acetyl-CoA in aerobic conditions). It is worth paying attention
to the fact that pyruvate metabolism violation in DM impedes the functioning of p-cells
of pancreatic islets. It was established in diabetic mice and rat models that the activity
of pyruvate dehydrogenase, disturbed in B-cells of the islets of Langerhans, is due to
an increase in the activity of pyruvate dehydrogenase kinase. In addition, the activity of
pyruvate carboxylase, which involves pyruvate in gluconeogenesis, is also reduced in
B-cells of diabetic mice (Gray et al., 2014).

Table 2. Effect of cornelian cherry fruit extracts on the total level of intermediate products
of glucose metabolism and lactate dehydrogenase (LDH) activity in plasma of rats
with diabetes

Substances
Groups Pyruvate, mM L-lactate, mM L/P ratio, c.u. LDH, mU/L
of animals
Control 0.20 £ 0.01 4.60+0.23 225+0.5 353.0+7.7
DM 0.34 £ 0.01 *** | 13.61 £0.64 *** | 38.9+2.2** | 659.9 + 33.1 ***
DM + ERF 0.22 + 0.01 #* 441+£0.20%* | 18.9+1.2*## | 3089+ 222 ##
DM + EYF 0.19+0.01 #* | 4.02 +£0.27 *## | 20.8+0.4 ## 346.1 £ 18.7 ##
DM + LA 0.16 £0.01 ** ## 1 390 +0.19 * #*# | 23.1+1.6 *# | 408.4 £ 19.8 * ##

Designations. Compared to the control group: * — P <0.05; ** —P < 0.01; *** — P <0.001; compared to the
DM group: ##* — P <0.001

It is worth noting that in type 1 DM, due to insulin insufficiency, cells cannot effi-
ciently transport glucose utilizing insulin-dependent transporters. B-Oxidation of fatty
acids compensatory increases in the liver, and acetyl-CoA, which is involved in ketogen-
esis, accumulates. Ketone bodies are an alternative source of energy in extrahepatic
tissues. Acetyl-CoA formed from B-hydroxybutyrate or acetoacetate is an allosteric
inhibitor of the pyruvate dehydrogenase and provokes the accumulation of pyruvate
(Kolb et al., 2021; Gray et al., 2014). In addition, under diabetes, erythrocytes are also
an important source of pyruvate, transporting it into the plasma by monocarboxylate
transporters (MCT) (Boretsky et al., 2023; Halestrap, 2012).

There was a significant decrease in pyruvate content in the blood plasma after the
administration of extracts of red and yellow fruits of the C. mas L. and loganic acid to
diabetic animals: 1.5-, 1.8-, and 2.1-fold, respectively (Table 2). Such changes can be
explained by the restoration of the oxygen transport function of erythrocytes, the func-
tional activity of pyruvate carboxylase, enzymes of the Krebs cycle, and the electron
transport chain in cells with intensive oxidative metabolism (Chaudhry, Varacallo, 2024).

Glucose and lactate metabolism are closely related because these compounds can
be converted into each other. Glucose is a major source of lactate and, accordingly, lac-
tate is the main substrate for the synthesis of endogenous glucose in the liver or kidneys.
In the case of changes in glucose metabolism (obesity, diabetes, etc.), lactate homeosta-
sis is disturbed. Lactate is also considered a regulator of energy homeostasis (Wu et al.,
2016). The present study showed an almost three-fold increase in the content of lactate
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in the blood plasma of rats with experimental DM (Table 2). An elevated blood lactate
concentration (hyperlactatemia) is indicated by both an increase in the processes of gly-
colysis and insufficient oxidation of the products of intermediate carbohydrate metabo-
lism (Kuchurka et al., 2022). The administration of all studied extracts led to a significant
decrease in the concentration of lactate. It should be noted that the biggest difference
in the change of its content in plasma was observed in yellow cornelian cherry-treated
and loganic acid-treated diabetic rats (Table 2).

The imbalance of metabolites of carbohydrate metabolism was definitely reflected
in the ratio between these acids, which led to an increase in the L/P ratio in the plasma
of rats with diabetes. One of the main markers of the development of myocardial hyper-
trophy and heart failure is the violation of the lactate-to-pyruvate balance, which is
accompanied by a decrease in the intensity of pyruvate oxidation in the mitochondria of
cardiomyocytes and an increase in lactate export (Boretsky et al., 2023).

A significant decrease in the L/P ratio in the blood plasma of diabetic animals
was observed when the extracts were administered to rats. The extract of red fruits of
the cornelian cherry decreases this indicator by 2.1 times, the extract of yellow fruits
of C. mas L. — by 1.9 times, and the loganic acid obtained from the yellow fruits of
C. mas L. — by 1.7 times compared to the STZ-treated group (Table 2). In clinical prac-
tice, the determination of the level of pyruvate and lactate is one of the traditional bio-
chemical markers for assessing the compliance of tissue oxygenation of their metabolic
and oxidizing processes. So, we can affirm that the cornelian cherry extracts correct
such metabolic processes both in erythrocytes and in blood plasma.

As is well known, the cytoplasmic enzyme LDH catalyzes the last reaction of anaero-
bic glycolysis. Normally, LDH is present in all cells of the body and blood plasma. During
the research, an increase in the activity of LDH in the plasma of rats with diabetes was
found to be 1.9 times higher compared to control animals (Table 2). An increase in the
activity of this enzyme in plasma is a bad prognostic feature for pathological processes
in the body, in particular under hemolysis of erythrocytes, dystrophy of muscle fibers,
myocardial infarction, thromboembolism of the pulmonary artery, hepatitis and other
disorders (Farhana & Lappin, 2023). After the oral administration of extracts of fruits of
C. mas L., the activity of LDH significantly decreased compared to the diabetic group of
animals, which reached the same values as in the control group (Table 2). The obtained
results regarding changes in LDH activity in blood plasma might be due to the protective
effect of bioactive compounds contained in the studied extracts at the level of the whole
organism. The extracts of C. mas L. fruit may exhibit anti-inflammatory, antidiabetic,
hepatoprotective, antioxidative, and anti-osteoporotic effects (Klymenko et al., 2021).

In diabetes, hyperglycemia provokes the development of oxidative stress, during
which more free radicals are formed in the body than can be neutralized by antioxidant
defense systems. Erythrocytes are negatively affected by oxidative stress and are sen-
sitive to them because the oxidation of structural (membrane proteins) and functional
proteins (enzymes) instigates an imbalance of carbohydrate metabolism and disruption
of erythrocyte functions (Wang et al., 2021). Spontaneous oxidation of Fe?* in the heme
of hemoglobin is a constant source of superoxide anion in erythrocytes, which with the
SOD enzyme turns into hydrogen peroxide, which one, in turn, undergoes break down
by CAT and GPx enzymes (Rocha et al., 2015).

Taking into account the fact that the administration of the fruit extracts of the corne-
lian cherry results in the restoration of impaired glucose metabolism, we investigated
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the biochemical markers of the antioxidant status of blood erythrocytes. Enzymes of
antioxidant protection are peculiarly important. In DM, we observed a decrease in the
activity of SOD, CAT, and GPx in blood erythrocytes compared to control (Fig. 1A,B,C).
That sort of effect can be explained by inhibition of the functional activity of enzymes,
which is a result of their excessive oxidation and change in conformational state (Asmat
et al., 2016). Oral administration of the extract of red fruits of the cornelian cherry and
loganic acid led to an increase in the activity of SOD compared to rats with diabetes. At
the same time, a significant increase in the activity of CAT and GPx was observed after
the administration of fruit extracts of the Cornus mas L. (Fig. 1A,B,C).
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Fig. 1. Activity of enzymes of antioxidant defense system: (A) superoxide dismutase; (B) catalase; (C) glu-
tathione peroxidase and level of reduced glutathione (D) in erythrocytes of animals with DM under
administration of extracts of red (ERF) and yellow (EYF) fruits of C. mas L. and loganic acid (LA)
extracted from yellow fruits of cornelian cherry
Designations. Compared to the control group: * — P <0.05; ** — P <0.01; *** — P <0.001; compared to
the DM group: # — P <0.05; ## — P <0.001
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Reduced glutathione (GSH) plays an important role in the regulation of the redox
state of the cell and is one of the indicators that characterize the intensity of oxidative
stress (Vaskova et al., 2023). We established a decrease in the content of GSH in
erythrocytes of blood in diabetes, and an increase in its content after cornelian cherry
extracts treatment to diabetic animals (Fig. 1D). The increase in the activity of the
enzymes of the antioxidant defense system and the endogenous antioxidant — GSH
under the administration of extracts of C. mas L. is due to the presence of a significant
amount of iridoids and anthocyanins in them (Dzydzan et al., 2019; 2020).

The antioxidant properties of cornelian cherry fruit extracts are based on the abil-
ity to scavenge free radicals, regulate enzyme-mediated (SOD, CAT, GPx) and non-
enzymatic (GSH) antioxidant protection of the body (Dzydzan et al., 2019; 2020; Seniv
et al., 2021). Moreover, biologically active substances, present in the extracts of fruits
of C. mas L. are capable of modulating numerous signaling pathways (for example,
quercetin inhibits the activities of xanthine oxidoreductase, inducible nitric oxide syn-
thase), maintaining the redox balance of the whole organism (Dzydzan et al., 2019;
2020; 2022; Xu et al., 2019).

Proteins, as the main bioorganic polymers of cells, tissues, and body fluids, are
the main targets of oxidation. Besides, oxidative stress provokes autoxidation of car-
bohydrates and peroxidation of lipids with the formation of highly active intermediate
products that also attack functional groups of proteins. Reversible oxidative modifica-
tions are important in physiological processes, while irreversible modifications cause
pathological changes and promote disease progression (Kehm et al., 2021).

It was determined that under DM, the concentration of OMPs of neutral and basic
characters increases in erythrocytes (Fig. 2A,B). The administration of extracts of red
and yellow fruits of C. mas L. and loganic acid causes a significant decrease in the level
of OMPs (Fig. 2A,B).

The markers of oxidative damage of proteins are AOPPs which formed and accu-
mulated under diabetes as a result of increased carbonyl oxidation processes, as well
as disruption of the prooxidant-antioxidant balance (Strugata et al., 2019). Confirmation
of all these changes in DM is an increase in the level of AOPPs in erythrocytes com-
pared to control rats (Fig. 2C). The administration of extracts of the cornelian cherry
fruits to STZ-induced rats shows a significant decrease in this parameter compared to
a group of diabetic animals that did not receive the extracts (Fig. 2C).

Since diabetes-induced oxidative stress increases lipid peroxidation (Satriyasa,
2016), we investigated the content of TBARS. A significant decrease in the TBARS level
in erythrocytes was observed after the administration of the extract of red fruits of the
cornelian cherry and loganic acid to rats with diabetes (Fig. 2D). The ability of C. mas L.
fruit extracts to reduce the manifestations of oxidative stress might be a consequence of
the synergistic effect of bioactive substances (Dzydzan et al., 2019; 2020).

Under hyperglycemia, glucose autoxidation combined with other metabolic changes
is the main mechanism of excessive ROS formation in erythrocytes (Fig. 3). Oxidative
stress leads to an imbalance between oxidative processes and antioxidant defense in
erythrocytes with a shift in the balance towards oxidation (Wang et al., 2021). The main
changes in erythrocytes of the cornelian cherry-treated diabetic groups are summarized
in the scheme (Fig. 3). These results emphasize that anaerobic glycolysis (restoring
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Fig. 2. Effects of the extracts of Cornus mas L. fruits on the content of oxidative modifications of proteins
of neutral (A) and basic (B) characters, advanced oxidation protein products (C) and TBA-reactive
substances (D) in rats’ erythrocytes under diabetes mellitus (DM)

Designations. Compared to the control group: * — P <0.05; ** — P <0.01; *** — P <0.001; compared to
the DM group: # — P <0.05; # — P <0.01; #* — P <0.001

the balance of metabolites of glycolytic breakdown of glucose) and antioxidant status
of erythrocytes are normalized under administration of the extracts of C. mas L. fruits.

Although devoid of organelles, mature erythrocytes contain cytosolic and mem-
brane-associated molecules that could be DM biomarkers or drug targets offering timely
and accurate prediction. Alternative therapeutic schemes can also be tested based on
these cells. Additionally, erythrocytes could be used as delivery systems with the poten-
tial to increase the bioavailability of the active drug agent (Anastasiadi et al., 2024).
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CONCLUSIONS

Extracts of red and yellow fruits of C. mas L. and the main iridoid glycoside iso-
lated from yellow fruits — loganic acid — can be natural drugs for correcting disorders
in erythrocytes in diabetes. The positive effect of the extracts is realized by preventing
the development of metabolic disorders and oxidative stress in these blood cells. It is
noteworthy to mention that the extract of red fruits of C. mas L. showed the best effect
among the studied extracts.
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B3AEMO3B’A30K AHAEPOBHOIO MIKOMI3Y U OKCUAATUBHOIO CTPECY
B EPUTPOLIMTAX 3A BBEAEHHA EKCTPAKTIB NNoOAIB AEPEHY CMPABXHbOIO
(CORNUS MAS L.) LLIYPAM 31 CTPEMTO30TOUUH-IHOAYKOBAHUM OIABGETOM

AHHa Mopo3', Ipuna Bpodsik', Aniuis 3. Ky4apcbka?, Hamanisi Cu6ipHa’

' Jlbeiecbkuli HaujoHanbHUU yHieepcumem iMmeHi leaHa ®paHka
syn. lpywescbkoeo, 4, Jlbeie 79005, YkpaiHa

2 BpousiaecbKuli yHigepcumem npupoOHUYUX HayK
syn. 0. XenmoHcbkoeo, 37/41, 51-630 Bpounas, lNonbwa

BeTtyn. 3a uykposoro giabety (L) BaxnuBMM €Tanom KOMMMIEKCHUX HayKOBUX
OOCIioKeHb 3aans 3'CyBaHHs MexaHi3my i nikapcbkux npenapariB Ha OCHOBI poc-
TNIMHHOI CMPOBUHK € aHani3 3miH y GioxiMiyHoMy npodini eputpouuTie. MNMnoan Cornus
mas L. MatoTb LUMPOKMIA CNEKTP 3aCTOCYyBaHHS, aa)e OionoriyHoO akTMBHI CMOMYKN LnX
nnoaie BUSABMAOTb Pi3HOMaHITHI GionorivuHi edpektn. OgHaK BNIMB €KCTPaKTiB Nogis
OepeHy CrnpaBXHbOro Ha (OyHKLiOHanbHWA cTaH epuTpouuTie 3a LI BuB4eHO HegocTaT-
HbO. Ha Tni BUCOKOT KOHLEHTpaUii rMoko3n B eputpouuTax BigdyBatTbCsl Pi3HOMAHITHI
CTPYKTYPHO-(PYHKLIOHAMNbHI 3MiHWU, SKi NPU3BOAATb 00 YNCNEHHUX NOPYLUEHb Y TXHbOMY
meTaboniami. [Moko3a, sika TPaHCMOPTYETLCS B €PUTPOLMTI MOMnerweHow audysieto
yepe3 GLUT2, 3a3Hae kaTtaboniyHoro posiienneHHs B aHaepobHomy rmikonisi (90 %
rMoKo3n) Ta neHTo3odocdaTHomy WwyHTI (pewTa 10 %). YTBOpeHi B pesynbrati meTabo-
niamy AT® i BigHoBHiI ekBiBaneHTn HAL* i HAO®* 6GepyTb y4acTb y nigTpUMaHHi CTpykK-
Typu remorno0biHy. OcobnmBo BaXknMBe 3HAYEHHS MalOTb EH3UMWU AHTUOKCUOAHTHOrO
3aXUCTY, sKi 3anobiratoTb NOro OKMCHEHHIO B MeTreMornobiH. Nineprnikemis Ta po3BMTOK
OKCUOATMBHOIO CTPecy 3a AiabeTy € NPUYNHOK 3HMKEHHS aKTUBHOCTI aHTUOKCUOAHTHUX
€H3MMIB i HaKonuyeHHs niraHgHux dopm remornobiny (HbCO,, MetHb, HbA1,). Tomy
MeTOI poboTM ByNno AOCNIANMTA BNMB €KCTPaKTIB YEPBOHUX i XXOBTUX MMOAIB AepeHy
cnpaBxHboro (Cornus mas L.) Ha BMIiCT KiHUEBMX MeTaboniTiB rMikoNiTU4HOrO posLle-
NMEeHHS rMKo3M B epuTpoumTax i BioxXiMivHI MapkepHi MOKa3HMKM aHTUOKCUAAHTHOro
cTaTycy Uux KNiTUH KPOBI Y LYpiB 3i CTPENTO30TOUMNH-iHgYyKoBaHUM L.

Marepianu Ta metoaun. U 1 Tvny y TBapuH iHOyKyBanu BHy TPiLULHbOOYEPEBUH-
HUM BBEAEHHAM CTPEnTO30TOUMHY. EKCnepMmMeHTn mpoBOAUNM Ha Lypax-camusax
niHiT Wistar, sikum 3 10-ro gHs Big MOMEHTY iHOYKUIT giabeTy per 0os ynpoaosx 14 gHiB
BBOAMMW €KCTPaKTU YEePBOHMX, KOBTUX MNIOAIB AEPEHY CMpaBXHbOro Ta floraHoBy
KMCNOTY, OTPMMaHY i3 XXOBTKX nnogis, y Aosi 20 mr/kr macu Tina. Ha 24-n geHb ekc-
NepuMEHTY LYpiB AekanityBanu nig edgipHMM Hapko3om, npoBoaunn 3abip KpOBi.
Y nnasmi i eputpouMTax BM3Ha4anu BMICT MipyBaTy i nakraTty (sK KiHLEBUX MeTa-
GonitiB aHaepobHOro rnikonisy), akTMBHICTb NakTaTAerigporeHasn, a TakoX OOCHi-
OXKyBanu BioxiMiYHIi MapKepHi NMOKa3HMKM aHTMOKCUOAHTHOrO CTaTyCy epuTpouuTiB
(akTUBHICTb CynepokcngancmyTasu, katanasu i rnyTaTioHnepokcuaasu, BigHOBNEHUN
rnyTaTioH, TBK-MO3MTMBHI NPOAYKTU, KOHLEHTPALit0 OKMCHO MoAudikoBaHMX binkis
i KiHLEeBUX NPOAYKTiB okcuaaLii Ginkis).

Pe3ynbraTtu. 3a BBEAEHHSI EKCTPAKTIB N0A4IB AEPEHY CMpPaBXHbOro wWwypam i3 LI
crnocTepiranu OCTOBIpPHE MiABMLLEHHSA aKTMBHOCTI Katanasu, CyrnepoKkcuaancmyTaswu,
rnyTaTioHnepoKkcuaasun, KOHUEeHTpaLil BiZHOBNEHOrO rnyTaTioOHy Ha TNi 3HWXEHHS BMICTY
OKMCHO MoaundikoBaHMX BinkiB, KiHLEBUX NPOAYKTIB okcuaauii 6inkis, TBK-no3antusHux
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nNpoaykTiB, nipyeaty, L-nakrtarty n nakratgerigporeHasun. Lli 6ioximidHi nokasHukm ganu
3MOry cxapakTepusyBaTh iHTEHCUBHICTb aHaepoBHOro rmikomnidy M aHTUOKCUOAHTHUIA
CTaTyC epuUTPOLMTIB KPOBI 3@ CTPENTO30TOLMHOBOIO AiabeTy.

BucHoBku. Ekctpaktn nnogis Cornus mas L. MOXyTb ByTV MOTEHUiIHUMKU Npu-
poaHMMKM 3acobamum Ans nikyBaHHS MeTaboniyHmx nopyleHs 3a LI, ockinbku nposiBns-
I0Tb KOpUryBanbHWI BNAMB Ha KataboriyHe po3LenieHHs roKo3W 1 aHTUOKCUAAHTHY
CUCTEMY 3aXUCTY epuUTPOLUTIB, 3anobiraoym po3BUTKOBI OKCMOATUBHOIO cTpecy. Bapto
3a3HauMTK, WO cepen AOCHiAXKYyBaHUX €KCTPaKTIB Havkpawmn edekT y Hopmanisawil
LMX NMOKa3HWKIB BUSBUB €KCTPaKT YePBOHWX MIOAIB OEPEHY.

Knroyosi criosa: uykpoBui giabeT, eputpountu, ekcTpaktn nnogis Cornus mas L.,
nipyBear, nakrtar, eH3MMN aHTUOKCUAAHTHOIO 3aXMCTy
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