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Background. In this study, the efects of pomegranate-black carrot juice mixture on serum and erythrocytes of sedentary in-
dividuals who had exhaustion test were investigated. Methods. A total of 20 men voluntarily participated in the study. Blood
samples were obtained from participants on three conditions. First, before the study, blood samples of participants were collected
(baseline). Second, the same participants performed in the 20-meter shuttle run test for 1 week each day and were subjected to
oxidative stress. Lastly, the same participants were given a mixture of pomegranate-black carrot juices (100ml/100ml) for a week,
45minutes prior to the 20-meter shuttle run test, and the stress + supplement was performed. Blood samples were taken at the end
of each process. Results. In the erythrocytes, while the oxidative stress condition malondialdehyde (MDA) level and carbonic
anhydrase (CA) enzyme activity levels increased compared to the baseline, reduced glutathione (GSH) level, glutathione reductase
(GR), and glutathione S-transferase (GST) enzyme activity levels decreased. In stress + supplement conditions, while GSH and GR
levels increased according to oxidative stress conditions, CA and MDA levels decreased. While the lactate dehydrogenase (LDH)
level of the oxidative stress condition increased compared to the baseline, the LDH level of the stress + supplement decreased
compared to the oxidative stress condition. Conclusions. Our results showed that the level of oxidative stress in subjects exposed to
the exhaustion test decreased with the mixture of pomegranate-black carrot juices.

1. Introduction

Regular physical exercise plays an important role in the
prevention of diseases such as cancer, obesity, depression,
hypertension, and diabetes. Heavy physical exercises in-
crease oxygen consumption through metabolism and ac-
celerate the formation of reactive oxygen species (ROS) [1].
With the increase in oxygen uptake during exercise, free
radical products are formed in the cell [2]. With the increase
in exercise intensity, it causes more production of

superoxide radicals [3], which are converted to hydrogen
peroxide (H2O2) by enzyme superoxide dismutase (SOD).
H2O2 can be detoxifed into water and oxygen by catalase
(CAT) and glutathione peroxidase (GPx). H2O2 is converted
to hydroxyl radical via the Fenton reaction [4, 5]. After an
acute exercise, the concentration of oxidative stress markers
immediately increases in plasma [6, 7]. Severe physical
exercise increases the production of ROS, negatively af-
fecting the antioxidant system, and causes severe muscle
pain. Furthermore, it causes an increase in the activity of
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enzymes such as lactate dehydrogenase (LDH) and creatine
kinase (CK) in plasma [8, 9]. Levels of reactive oxygen
species in cells are tried to be balanced by neutralization by
catalase (CAT), superoxide dismutase (SOD), glutathione
peroxidase (GPx), vitamins, reduced glutathione (GSH), and
favonoids. Although elevated ROS levels as a result of acute
and chronic exercises decrease glutathione and vitamin
reserves in the cellular antioxidant defense system, enzy-
matic antioxidants try to adapt to this condition. ROS
production increases in the muscle, liver, and heart tissues as
a result of physical exercise in humans and animals. It has
been reported that the activity of SOD, CAT, and GPx
enzymes increased as a result of the physical exercise, re-
ducing the damage caused by ROS [10].

Pomegranate juice contains 85% water, 10% sugar, 1.5%
pectin, ascorbic acid, and polyphenols [11]. In addition,
pomegranate juice contains active substances against free
radicals, such as anthocyanins, ellagitannins, quercetin,
kaempferol, luteolin, glycosides, ellagic acid, and gallic acid.
Pomegranate has many benefcial efects on human meta-
bolism, such as antioxidant and antiproliferative activities, anti-
infammatory, and antiobesity efects [12–14]. Pomegranate
juice has been reported to reduce oxidative stress in the blood
of endurance-based athletes [15]. Carrots havemany favonoid-
derived substances such as quercetin, luteolin, kaempferol, and
myricetin. Black carrots have higher amounts of favonoids
than other carrots [16, 17]. Tere are many bioactive com-
ponents in the chemical component of black carrots. Te most
important of these are carotenoids, anthocyanins, poly-
acetylenes, and falcarindiols [18]. Tese components in black
carrot have many biochemical efects such as antioxidant,
antiallergic, antimicrobial, anti-infammatory, antitumor, and
antiatherosclerotic activities [19].

Nutrition is of strategic importance in exercise programs
developed for athletes. Today, carbohydrates and proteins
from macronutrients are often given more importance,
whereas micronutrients are considered to be of less im-
portance. Pomegranate and black carrot juices contain many
biochemical micronutrients, such as favonoids and an-
thocyanins. Many pharmacological efects of these sub-
stances are mentioned above. Studies in the literature have
shown that a fruit juice is usually given in order to reduce
oxidative stress due to heavy exercise [20–25]. Te use of
black currant, cherry, grape, watermelon, blueberry,
pomegranate, and banana has been reported in detail in the
studies on athletes [20–25]. It has been reported that
drinking pomegranate juice before Olympic-style weight-
lifting sessions reduces malondialdehyde levels and im-
proves the enzymatic reactions of catalase and glutathione
peroxidase [26]. In another study, a signifcant improvement
in the vascular diameter and regulation of blood fow of
pomegranate seed extracts was observed in the sprinting
ability test [27].

It has been found that the mixture of two or more fruit
juices is not used in such studies.Te aim of this study was to
investigate the efects of pomegranate-black carrot juices on
oxidative stress in sedentary subjects who were exposed to
the exhaustion exercise test.

2. Materials and Methods

2.1. Subjects. Tis research was conducted in accordance
with the pretest and posttest models. As a result of the power
analysis, the minimum sample size required to detect
a signifcance diference using this test should be at least 7,
considering type I error (alpha) of 0.05, power (1-beta) of
0.8, efect size of 1.36, and two-sided alternative hypothesis
(H1). However, this number was set at 20 to obtain stronger
results. Te study included 20 male sedentary individuals
aged 19– 22 years. Ethical approval of the study was obtained
from Firat University, Noninvasive Research Ethics Com-
mittee Directorship (date: 26.10.2017, decision no: 14/35).
Te inclusion criteria for the study were the absence of any
disability or disease of the participants. It was also noted that
there was no obstacle for them to participate in the tests. Te
inability to continue the exercises or the disability of the
participants was determined as exclusion criteria.

2.2. Collection of Blood Samples. Blood samples were ob-
tained from participants on three conditions (baseline, after 1-
week exhaustion tests (oxidative stress) and after 1-week
stress + supplement). Blood samples of sedentary in-
dividuals were collected in overnight fasting for baseline
conditions after one day from applications (oxidative stress
period and stress + supplement). Te same participants per-
formed in the 20-meter shuttle run test for 1week each day
and were subjected to oxidative stress. Blood samples were
taken from participants for oxidative stress. Lastly, the same
participants were given a mixture of pomegranate-black
carrot juices (100ml/100ml) for a week, 45minutes prior
to the 20-meter shuttle run test, and the stress + supplement
was performed. Blood samples were taken at the end of each
process. At the end of the administration period, blood
samples were collected and centrifuged. Te erythrocytes and
serum obtained were stored in a deep freezer at −50°C.

2.3. Supplementation of Black Carrot and Pomegranate Juices.
In the study, pomegranate grown in the Adıyaman region
was used. Pomegranate fruit has a dark red color. In the
Adıyaman region, this pomegranate is known as Hicaz
pomegranate. Pomegranates and black carrots were cleaned
by washing with distilled water. After the pomegranates were
separated from their shells, the juice was obtained in the
juicer. Black carrot juice was obtained by the same method.
After the second condition, the mixture of pomegranate-
black carrot juices (100ml/100ml) for a week 45minutes
prior to the 20-meter shuttle run test was given to partic-
ipants. In our previous study, the content of pomegranate
juice was examined and phenolic acid 490.75mg/kg, an-
thocyanin 137.1mg/L, ellagic acid 175mg/100 g, total fa-
vonoids 63mg/kg, and total antioxidants 1530mg/kg were
determined [28]. In the literature, total anthocyanins
837mg/100 g, total phenolics 7.98–291.48mg/100 g, favo-
noids 3.00–111.70mg/100 g, favonols 51.6mg/100 g, and
falcarinol 1.55mg/100 g were reported in the content of
black carrot juice [29].
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2.4. Exhaustion Exercise Test. Exhaustion exercise test was
applied in the gymnasium of Adıyaman University, School
of Physical Education and Sports. Te exhaustion exercise
test was performed with a 20-meter shuttle run. Te char-
acteristics of this test are explained as follows: Te test starts
at a slow running speed (8.5 km/h), and the subject must
have reached the opposite line with each beep. Sedentary
individuals run on the 20-meter runway, and with the signal,
the subjects touch the line with one foot. Te running speed
is increased by 0.5 km/h per minute. In other words, the time
between the signals decreases by 0.14 seconds per minute. If
the individual misses a signal, but catches the rhythm again
with the other signal, the test continues. If the individual fails
to reach the line, that is, 3meters ahead of the runway in two
consecutive signals, the test is ended. Te stage at which the
individual is stopped corresponds to the test result and
indicates the degree of endurance of the individual [30].

2.5. Preparation of theHemolysate. Fresh blood samples were
collected in tubes containing EDTA and without EDTA (for
analyses serum LDH) and then centrifuged (15min, 2.500× g),
and plasma and bufy coat (leucocytes) were removed. Te
packed red cells were washed three times with saline, hemo-
lyzed with 5 volume of ice-cold water, and then centrifuged
(10.000× g, for 30min) to remove the ghosts and intact cells.

2.6. Analyses of Erythrocytes MDA and Reduced GSH, GST,
and GR. Te MDA, GSH, and GST concentrations were
determined using a microplate reader spectrophotometer
system (TermoTM Varioskan Flash, Termo Fisher Sci-
entifc Inc., Vantaa, Finland). Te MDA levels were mea-
sured based on the relative production of reactive substances
of thiobarbituric acid [31]. Results were represented as
nmol/mg protein. Te reduced GSH activity was measured
by its reaction with 5.5-dithiobis 2-nitro-benzoic (DTNB)
acid to form a compound that absorbs at 412 nm [32]. Te
reduced GSH levels are expressed nmol/mg protein. For
determining GST activity, frst 20mM 1-chloro-2,4-di-
nitrobenzene was prepared in 96% ethanol, and this solution
was used as the substrate. Reductive glutathione (0.002M)
was used as the cofactor in the reaction [33]. In brief, 10 µL of
the supernatant, 100 µL of phosphate bufer (0.1M, pH 6.5),
100 µL of GSH mixture, and fnally 10 µL of 1-chloro-2,4-
dinitrobenzene were transferred into the wells of the
microplate. After this process, the well plates were placed in
the microplate reader system, and the change in absorbance
was recorded at 344 nm for 2min at 25°C. Specifc GST and
GR activities were calculated as EU/L. Analyses of GR ac-
tivity was determined by the modifed method [34].

2.7. Analyses of Erythrocyte CA Enzyme Activity. Te CA
activity was assayed by following the change in absorbance of
4-nitrophenyl acetate to 4-nitrophenolate ion at 348 nm over
a period of 3min at 25°C using a spectrophotometer (Shi-
madzu UV-Vis Spectrophotometer, UV-1800) according to
the method described by Verpoorte [35]. Te enzymatic
reaction, in a total volume of 3.0mL, contained 1.4mL 0.05M

Tris-SO4 bufer (pH 7.4), 1.0mL 3mM 4-nitrophenyl acetate,
0.5mLH2O, and 0.1mL enzyme solution. A reference mea-
surement was obtained by preparing the same cuvette without
enzyme solution. Specifc CA activity was calculated as EU/L.

2.8. Protein Determination. Quantitative protein de-
termination was spectrophotometric ally measured at
595 nm according to Bradford’s method, with bovine serum
albumin being used as a standard [36].

2.9. Determination of Serum LDH. Te technique was used
to evaluate LDH based on the reaction of pyruvate to L-
lactate. LDH results were expressed as U/l. LDH levels in
serum samples were measured in Japanese branded kits.

LDH is a hydrogen transfer enzyme that catalyzes the
oxidation of L-lactate to pyruvate via NAD+ as a hydrogen
acceptor. Te LDH activities of the samples were measured
at 340 nm absorbance. LDH activity was measured with
ARCHITECT c8000 branded device. LDH levels were de-
termined in Adıyaman University Medical School Bio-
chemistry Laboratories.

2.10. Statistical Analysis. SPSS package program was used
for data analysis. Results are expressed as mean± SD. Te
comparison of the measurements was carried out using
repeated measures ANOVA followed by the Bonferroni test.
Statistical signifcance was accepted as p< 0.05.

3. Results

Erythrocyte biochemical parameters are shown in Table 1.
Te erythrocyte MDA concentration of measurement 2 was
signifcantly higher than that of the baseline (p< 0.05). Te
MDA level of measurement 3 decreased compared to that of
measurement 2 (p< 0.05). While the GSH level of mea-
surement 2 decreased compared to that of the baseline
(p< 0.05), the GSH level of measurement 3 increased
compared to that of measurement 2 and baseline (p< 0.05).
Te GR and GST enzyme activity levels in measurement 2
decreased compared to those of the baseline (p< 0.05).
However, the GR and GST enzyme activity levels of mea-
surement 3 increased compared to those of measurement
2 (p< 0.05). While the measurement 2 CA enzyme activity
level increased compared to that of the baseline (p< 0.05),
the measurement 3 CA enzyme activity level decreased
compared to that of measurement 2 (p< 0.05).

Serum LDH levels are shown in Figure 1. While the LDH
level of measurement 2 increased compared to that of the
baseline (p< 0.05), the LDH level of measurement 3 de-
creased compared to that of measurement 2 (p< 0.05).

4. Discussion

In this study, MDA levels were increased in red blood cells of
sedentary individuals who were exposed to exhaustion ex-
ercise. Blood MDA levels have been reported to increase in
many exercise studies. Kanter and Child observed increases
in plasma MDA levels after excessive exercise programs
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[37, 38]. In another study, the efects of pomegranate juice
on oxidative stress parameters were examined in athletes
exposed to endurance exercises. Tis study reported that
consumption of pomegranate juice reduced the levels of
MDA that increased after exhaustion exercise [15]. In ad-
dition, in another study conducted in recent years, pome-
granate juice has been reported to reduce highMDA levels in
healthy young men who have undergone heavy exercises
[39]. LDH is known to be a marker of muscle damage.
Increased LDH concentration in serum is used as an in-
dicator of damage in the muscle membrane and other tissue
structures [40]. In order to detect muscle damage after
resistance and aerobic exercises, the rate of change in serum
LDH levels should also be known [41]. In addition, serum
LDH levels were increased in the stress group. Serum LDH
levels have been reported to increase in many exercise
studies. In aerobic and resistance exercise studies conducted
by Kobayashi in 2005, it was reported that there was an
increase in serum LDH levels, which resulted in immuno-
logical hormonal changes [42]. Serum LDH levels were
studied before and after the run in the London Marathon in
2002, and an increase in LDH levels was reported after the
run [43]. In another study, there was an increase in LDH
levels after 10weeks of regular speed endurance training
application for basketball players [44]. In previous studies,
there were dramatic increases in serum LDH levels after
exercise [45]. In the present study, it was determined that
elevated LDH levels decreased as a result of administration
of the mixture of pomegranate and black carrot juices. We
believe that the decrease in high MDA and LDH levels in the

diet group can be attributed to the positive efects of many
biochemical molecules in the fruit juice mixture.

GSH is a tripeptide molecule that inhibits the action of
oxidant molecules. It is also used as a cofactor by some
peroxidase enzymes. Te GSH molecule is catalyzed by the
GR enzyme. GR is activated when the intracellular levels of
GSH, which have a signifcant reducing role in oxidation/
reduction reactions, are activated and complete the for-
mation of GSH. GSH reacts with free radicals in the cell and
acts as an electron donor in the reduction of peroxides by
GPx. A decrease in the GSH level and GSH/GSSG ratio and
an increase in GSSG levels are determinants of oxidative
stress [46]. In our study, GSH levels were found to be lower
in the exhaustion exercise group than in the control group,
but it was found to be signifcantly higher in the diet group.
GST enzyme protects the cell against reactive oxygen
metabolism. GST is the enzyme that catalyzes conjugation of
electrophilic compounds with reduced GSH. In addition,
GSH has important roles in defense against oxidative
damage and peroxidative products of DNA and lipids [47].
GSH is a biomolecule with antioxidant efect against oxi-
dative stress in mammalian cells. It has been reported that
GSH levels decrease with acute physical exercise in young
men and women [48]. In addition, there was a signifcant
increase in the levels of TBARS (thiobarbituric acid reactive
substances) and conjugated dienes from oxidative param-
eters in male rats exposed to strenuous exercise, whereas
a decrease in SOD, CAT, GPx, and GST enzyme activities
from antioxidant enzyme parameters [49]. In a study
evaluating the antioxidant efects of pomegranate juice
consumption in humans, 14 healthy people were given
pomegranate juice for a period of 15 days. Tis study re-
ported that pomegranate juice decreased plasmaMDA levels
and signifcantly increased GSH levels in erythrocytes. In
addition, pomegranate juice has been reported to improve
the antioxidant mechanism [50]. In another study, it was
reported that pomegranate juice consumed for 3months
increased GSH levels in serum [51]. Guo et al. reported that
consumption of pomegranate juice did not afect plasma
GSH levels [52]. Te diference between the results of these
cited studies and our study can be attributed to the fact that
the majority of GSH in the plasma is from the liver and not
from erythrocytes [53]. Te increase in GSH levels in
erythrocytes may be due to induction of the catalytic activity
or expression of GSH syntheses and glutamate cysteine li-
gase enzymes [54]. Te decrease in the levels of GSH
molecules and GR and GST enzymes, which have a meta-
bolic link between each other, as a result of oxidative stress in

Table 1: Summary of general changes in erythrocyte biochemical parameters in subjects.

Parameters Baseline Measurement 2 Measurement 3
MDA (nmol/mg protein) 0.330± 0.015 0.393± 0.020a 0.344± 0.012x
GSH (nmol/mg protein) 447.600± 7.980 417.500± 10.230a 557.800± 38.490ax
GR (EU/L) 1.929± 0.269 1.119± 0.250a 2.553± 0.870x
CA (EU/ml) 1.034± 0.220 2.678± 0.450a 1.878± 0.820ax
GST (EU/L) 6.630± 1.290 3.860± 0.450a 5.470± 1.770x

Statistical signifcance compared to the baseline: a: p< 0.05. Statistical signifcance compared to measurement 2: x: p< 0.05. Measurement 2: after 1-week
(each day) exhaustion tests (oxidative stress). Measurement 3: after 1-week (each day) exhaustion tests + supplement.
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Figure 1: Serum LDH levels of subjects. Statistical signifcance
compared to the baseline: a: p< 0.05. Statistical signifcance
compared to measurement 2: x: p< 0.05. Measurement 2: after 1-
week (each day) exhaustion tests (oxidative stress). Measurement 3:
after 1-week (each day) exhaustion tests + supplement.
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metabolism after exhaustion exercise is an important result
obtained in this study. A decrease in the activity levels of GR
and GST enzymes leads to a decrease in the levels of GSH,
which is catalyzed by GR and GST enzymes. Te increase in
the levels of GSH molecules and GR and GST enzyme ac-
tivities after consumption of the mixture of pomegranate
and black carrot juices in sedentary individuals shows that it
decreases oxidative stress in the metabolism of these
individuals.

Te literature review showed no study on the efects of
dietary supplements on CA enzyme activity levels in sed-
entary individuals exposed to exhaustion exercise. Te ac-
tivity of CA enzyme, which is one of the most important
parameters of the study, was observed to be signifcantly
increased in the sedentary group exposed to exhaustion
physical exercise. Te activity of CA enzyme was found to be
decreased in the sedentary group that was given the mixture
of pomegranate and black carrot juices. Carbonic anhydrase
is a very important enzyme for human metabolism. It
regulates acid and base balance in many tissues and blood. It
is produced in many tissues in metabolism and catalyzes the
conversion of CO2 to bicarbonate. In addition, this enzyme
acts in many metabolic events such as lipogenesis, gluco-
neogenesis, urea synthesis, calcifcations, and tumor for-
mation [55]. In the study, it can be said that the increase in
the levels of the CA enzyme activity in the sedentary group
exposed to exhaustion physical exercise is caused by the
efort of this enzyme to reduce the increased CO2 con-
centration in the blood as a result of oxidative stress. In the
diet group, the activity of this enzyme decreased. Many
biochemical substances, such as polyphenol, found in the
content of pomegranate and black carrot juices, reduce
oxidative stress in the sedentary group exposed to exhaus-
tion exercise thanks to their antioxidant activity, thus re-
ducing the over activity of the CA enzyme. In addition, our
study showed that the mixture of pomegranate-black carrot
juices decreased oxidative stress by increasing GSH, GST,
and GR levels in erythrocytes of the stress + diet group.
Regarding the activity of CA in erythrocytes of athletes and
sedentary individuals exercised, in a study of the CA enzyme
levels in erythrocytes of athletes who trained continuously
for 6 weeks, a 50% increase in the CA enzyme activity was
reported in cold weather and high altitude (>1600m). In the
report, this is explained by the increased activity of the CA
enzyme in order to achieve a CO2 hydration/bicarbonate
dehydration balance. However, it has been reported that CA
enzyme activity change near the initial level at 4–6weeks
[56]. Tere are many polyphenols in the biochemical
components of carrot and pomegranate juices. In our
previous study, Te PJ content was determined by that
researcher as phenolic acid 490.75mg/kg, anthocyanin
137.1mg/L, ellagic acid 175mg/100 g, total favonoids
63mg/kg, and total antioxidants 1530mg/kg. It has been
reported that pomegranate juice inhibits lipid peroxidation
against lead toxicity and has positive efects on enzyme
activities. In addition, it has been reported that the pome-
granate juice used in the study has a high antioxidant ca-
pacity [28]. Carrots have chemical components such as
quercetin, luteolin, kaempferol, myricetin, carotenoids,

anthocyanins, polyacetylenes, and falcarindiols, and these
components are known to have antioxidant, antiallergic,
antimicrobial, anti-infammatory, antitumor, and anti-
atherosclerotic activities [15, 18]. In recent years, poly-
phenols, which have attracted attention with their possible
efects on exercise, have also been found to have many
positive efects on performance, training, adaptation, and
immune functions [57–61].

As in every study, there are some limitations in this
study. Te limitation of this study is that the research group
consisted of only sedentary men. Another limitation is the
absence of a washout period between treatments. However,
not following the performance change is another limitation.
As a result of current research, it showed that the level of
oxidative stress in sedentary participants exposed to the
exhaustion test decreased with the mixture of pomegranate-
black carrot juices. Based on this, this supplement can be
recommended to reduce the oxidative stress. It is thought
that this situation may be important in increasing sportive
performance.
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