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Abstract: The use of herbal medicinal products and supplements in amateur and professional sports
has increased in the last decades. This is because most of these products and supplements contain
bioactive compounds with a variety of biological properties that exert a physiological effect on
the human body. The aim of this study was to analyze the effect of dietary supplementation with
lyophilized black chokeberry extract on the levels of pro-inflammatory cytokines, hepcidin, and
selected markers of iron metabolism in a group of young football players. This double-blind study
included 22 male football players (mean = 19.96 £ 0.56), divided into two groups: supplemented
and placebo. Before and after a 90-day period of training combined with supplementation (6 g of
lyophilized black chokeberry extract), participants performed maximal multistage 20-m shuttle run
tests at the beginning and at the end of the supplementation period, with blood sampled for analysis
at different times before and after exercise. The levels of IL-6, IL-10, ferritin, myoglobin, hepcidin,
8-OHdG, albumin, and TAC were analyzed. The analysis of variance revealed a significant effect of
90-day supplementation with the lyophilized extract on changes in the IL-6 and IL-10 levels, and
TAC induced by maximal aerobic effort. In conclusion, supplementation with lyophilized black
chokeberry extract improves the performance and antioxidant status of serum in humans and induces
protective changes in inflammatory markers.

Keywords: inflammation; reactive oxygen species; supplementation; black chokeberry extract; iron

1. Introduction

In recent years, the use of dietary interventions and herbal supplements by athletes
has tremendously increased. That is because such interventions and supplements are

Nutrients 2023, 15, 975. https:/ /doi.org/10.3390/nu15040975

https:/ /www.mdpi.com/journal /nutrients


https://doi.org/10.3390/nu15040975
https://doi.org/10.3390/nu15040975
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/nutrients
https://www.mdpi.com
https://orcid.org/0000-0001-6743-1073
https://orcid.org/0000-0002-0407-2592
https://orcid.org/0000-0001-6753-5139
https://orcid.org/0000-0001-8992-3730
https://orcid.org/0000-0003-1959-3902
https://orcid.org/0000-0002-9944-1687
https://orcid.org/0000-0001-8735-1935
https://orcid.org/0000-0002-7871-6469
https://doi.org/10.3390/nu15040975
https://www.mdpi.com/journal/nutrients
https://www.mdpi.com/article/10.3390/nu15040975?type=check_update&version=3

Nutrients 2023, 15, 975

20f13

increasingly available and, while they improve the physical performance of athletes, they
are advertised as “substances not prohibited in sport”. Further, supplements from herbs
or plants may enhance muscle growth and fat burning, or possess anti-inflammatory,
antiviral, and antibacterial properties [1-3]. On the other hand, the consumption of herbal
supplements may contribute to a decrease in physiological disorders that occur as a result
of physical activity [3].

Regular intensive physical activity is accompanied by many physiological changes,
such as dysregulation of the pro-oxidant-antioxidant balance, hyperthermia, hypoglycemia,
hemolysis, and increased hepcidin expression [3-7]. Exercise-induced stress can increase
free radical formation, which can be determined by body iron stores. For example, regular
training reduced ferritin levels (body iron stores), which was associated with lower oxida-
tive stress [8]. The sources of oxidant production during exercise are not well established.
However, there is increased data indicating that there is an interrelationship between
oxidative stress, iron, inflammation, and skeletal muscle weakness and fatigue [4,9].

Oxidative stress is related to increased inflammation, which is strictly associated with
iron metabolism [10]. Exercise-induced increased levels of pro-inflammatory cytokines,
such as IL-6, stimulate hepcidin biosynthesis, which blocks duodenal iron absorption and
its liberation from hepatocytes and macrophages into the bloodstream [11]. The ensuing
limitation of the labile iron pool reduces oxidative stress and inflammation caused by
physical activity [4].

Most herbal products that are defined as “dietary supplements” contain concentrated
juice; lyophilized or water/alcohol extracts of seeds, gums, roots, leaves, bark, berries, or
flowers; and a number of phytochemicals, such as carotenoids and polyphenols, including
phenolic acids, alkaloids, flavonoids, glycosides, saponins, and others [12,13]. However,
there are no specified thresholds for the qualitative and quantitative composition of such
products. Irrespective of the marketing of processed natural herbal supplements that
apparently improve health and physical performance, some plants used for supplement
production may contain doping substances, and some products based on herbal extracts
may be contaminated or adulterated by agents prohibited in sports. Consequently, un-
processed herbal products (such as juice, concentrate, and lyophilizate) obtained from
well-known plants with a proven therapeutic effect and prepared in a way that does not
involve long-term processing are of particular interest to athletes.

Chokeberry (Aronia melanocarpa) contains more phenolic compounds than most other
blackberries, is beneficial to health, and has well-documented antioxidative properties [12-14].
Hence, the use of chokeberry supplements in sports could be beneficial, in that they could
affect not only the antioxidant state but also reduce post-exercise inflammation [12,13].
Nonetheless, there is a dearth of studies on the anti-inflammatory effect of black choke-
berry products, and their effect on hepcidin levels and selected markers of iron metabolism,
especially in the context of sports performance. Therefore, there is a need to verify these
effects, and to establish the extent to which dietary supplementation with polyphenol-rich
lyophilized black chokeberry extract may alter the inflammatory indices of elite athletes and
influence the changes in iron metabolism elicited by extensive and intense exercise loads.

We hypothesized that an adequate intake of a lyophilized extract of black chokeberry
may affect post-exercise plasma levels of IL-6 and IL-10, and changes in iron metabolism
parameters, and could be used to maintain the optimal antioxidant status in exercising
well-trained individuals.

2. Materials and Methods
2.1. Ethics

This study was conducted following the approval of the Collegium Modicum Byd-
goszcz Bioethics Commission (consent No. KB 382/2017]). All researchers involved in
the study have respected the principles of the Helsinki Declaration. Prior to the study, the
participants gave written informed consent to participate in the study, with the option to
withdraw at any time for any reason.
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2.2. Study Design

The study was designed as a double-blind randomized controlled trial with parallel
groups. The supplementation protocol involved a 90-day (7 times per week) supplementa-
tion program with 6 g of lyophilized black chokeberry extract in semi-professional football
players of the MUKS Zawisza Bydgoszcz Soccer Club (Bydgoszcz, Poland). During the
initial study visit, the subjects” ages, body compositions, and heights were recorded. All
participants were examined by a professional physician and were healthy. Before and after
90 days of supplementation, the participants completed the maximal multistage 20-m shut-
tle run test. Further, before and after the supplementation period, venous blood samples
were taken four times for serum analysis. Before the study, the lyophilized black chokeberry
extract used during the supplementation was analyzed by antioxidant testing (Section 2.3).

2.3. Antioxidant Testing of Black Chokeberry Extract

The lyophilized black chokeberry extract was analyzed by antioxidant tests at the
Lubuskie Center of Agrotechnical Innovation and Implementation of the University of
Zielona Gora (Zielona Gora, Poland). For the tests, 2,2'-azino-bis(3-ethylbenzthiazoline
-6-sulfonic acid) (ABTS), 2,2-di-phenyl-1-picrylhydrazyl radical (DPPH), and other reagents
were purchased from Sigma Aldrich (St. Louis, MO, USA). Ultrapure water (Milli-Q) was
used in all analyses (Millipore, Bedford, MA, USA).

2.3.1. DPPH Antioxidant Test

DPPH antioxidant testing was performed as described by Pownall, et al. [15]. Briefly,
500 pL of 100 uM DPPH solution in methanol was mixed with 100 uL of sample dilutions
and 400 pL of 50 mM phosphate buffer (pH 7.0). The blank consisted of 400 uL of the
buffer, 100 uL of sample dilution, and 500 puL of methanol. The control sample was
prepared by mixing 500 uL of each of the phosphate buffer and DPPH solution. All samples
were incubated for 30 min at room temperature. Sample absorbance was then measured
(A = 515 nm) using a Shimadzu UV-1603 spectrophotometer (Tokyo, Japan). DPPH radical
scavenging activity (%) was calculated as [(A517cA517s)/A517c]100, where “c” and “s”
represent the absorbance of the control and sample, respectively. The results are expressed
as IC50 values, and refer to the concentration required to scavenge 50% of DPPH free
radicals. Each sample was analyzed three times. The coefficient of variation was always
less than 5%.

2.3.2. ABTS Antioxidant Test

Antioxidant activity was determined by a colourimetric assay using the cation radical
of ABTS, as described by Re, et al. [16]. The ABTS cation radical was generated in K20852
solution. Phosphate buffer (PBS, pH = 7.0) was used for sample dilution. Sample absorbance
was measured at 734 nm. The results are expressed in equivalents of mol Trolox/cm?. The
coefficient of variation was always less than 5%.

The results of DPPH and ABTS analyses of the lyophilized black chokeberry extract
used in the current study are presented in Table 1.

Table 1. The antioxidant potential of lyophilized chokeberry extract used in the current study.

Group Division

Method Antioxidant Potential
[umol Trolox/cm?]
DPPH 1724+ 0.7
ABTS 211.1 £ 0.61

Abbreviations: ABTS, 2,2’-azino-bis (3-ethylbenzthiazoline-6-sulphonic acid); DPPH, 2,2-diphenyl-1-picrylhydrazyl.
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2.4. Participants

Participants (n = 22) were semi-professional football players and members of the
MUKS Zawisza Bydgoszcz Soccer Club (Bydgoszcz, Poland) playing in the Junior Central
League. Before study enrollment, they were screened by laboratory assistants with re-
spect to the following exclusion criteria: positive history of morphological or cardiac
problems, significant orthopedic problems, or intake of ergogenic nutritional supple-
ments (e.g., creatine, 3-hydroxy-p-methylbutyrate, etc.) or anabolic/catabolic hormones
(e.g., androstenedione, dehydroepiandrosterone, etc.) within 6 months prior to the study.
The subjects were randomly assigned to the supplemented (1 = 10) or control groups (1 =12)
using an online randomization software (http://www.graphpad.com/quickcalcs/index.
cfm (accessed on 8 February 2023) [17]. They were asked to adopt a similar eating pattern
during the entire study, based on a diet individually specified for their age group and the
intensity of physical activity. The characteristics of each group are provided in Table 2.

Table 2. The characteristics of participants before and after supplementation with a lyophilizate of
black chokeberry extract (mean =+ SD).

Supplemented (n = 10) Control (Placebo) (n =12)

Variable
Before After p Before After p
Age (years) 19.86 £ 0.61 - - 20.05 £ 0.52 - -
Body height (cm) 180.00 £ 4.65 * - - 176.12 + 4.21 - -
Body mass (kg) 68.86 + 6.49 67.54 + 6.17 0.63 64.86 + 5.46 65.12 + 6.19 0.91
Body mass index 21.27 +£1.75 21.04 £ 1.66 0.75 20.63 £ 1.38 20.85 + 1.44 0.71
Fat mass (%) 10.80 £+ 1.39 10.52 +1.34 0.64 9.55 £2.43 9.67 £ 2.53 0.90

* Significant difference vs. control group at p < 0.05 before supplementation with a lyophilizate of black choke-
berry extract.

2.5. Supplementation

Both groups completed a 90-day (7 times per week) supplementation program. The
experimental population was taking 6 g of lyophilized black chokeberry extract (a dose
within a margin of dietary safety).

The control group received the same number of identical-looking rice-flavored gelatin
capsules as the supplemented group. The lyophilized black chokeberry extract and placebo
supplements were both produced by MLB (Biotrade, Poznan, Poland), and placed in identi-
cal plastic boxes marked in code indicating the type of preparation and recommended dose.

The margin of dietary safety was determined in pilot studies involving 45 young
physically active men (mean age = 19.96 £ 0.56 years), performed before the start of the
current study. In the pilots, no gastrointestinal disturbances associated with the dose used
herein were observed.

2.6. Exercise Protocol

Study subjects performed maximal aerobic effort (MAE) by a maximal multistage
20 m shuttle run test [17]. During testing, all participants ran back and forth on a 20 m
course and touched the 20 m line. Throughout the test, a sound signal was emitted from a
prerecorded tape. The frequency of the sound signals increased by 0.5 km- h~! each minute
from a starting speed of 8.5 km h~!. When the subject could no longer follow the pace, the
last stage number was recorded and used to predict the maximal oxygen uptake (VOomax).
On the testing days (before and after the supplementation period), the air temperature was
18.3 °C and 18.5 °C, respectively, with 57% and 59% humidity, respectively. All participants
were wearing indoor sports footwear and tracksuits. The test-retest reliability coefficient
for testing is approximately 0.95 for adults.
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2.7. Blood Collection and Analysis

Blood samples were taken for analysis at four points in time: immediately before and
after MAE, and 6 and 24 h after MAE. The blood was collected into 5 mL tubes (Sarstedt)
that contained an anticoagulant. The serum was separated by centrifugation and aliquoted
into 500 uL portions. Then, the samples were frozen in liquid nitrogen and stored at —80 °C
until further analysis.

To assess the baseline and altered iron (FE) levels, plasma was collected into tubes
with lithium heparin at two points in time: immediately before and after MAE. It was
then analyzed using an in vitro IRON 2 (Roche/Hitachi Cobas c.) system and a Cobas C
analyzer 501 (Hitachi, Tokyo, Japan).

Biochemical analyses of serum ferritin, myoglobin, hepcidin, IL-6, and IL-10 levels
were performed using commercially available highly sensitive enzyme-linked immunosor-
bent assay kits from DRG International Inc. (841 Mountain Ave, Springfield, NJ 07081, USA)
and a Thermo Fisher Scientific ELISA Analyzer (Thermo Fisher Scientific, Waltham, MA,
USA). Total antioxidative capacity (TAC) was measured using TAC Fast Track ELISA kit
no. LDN-DM P-4100 (Omnignostica Forschungs GmbH, Austria) and 8-OHdG levels were
measured using the Human 8-OHdG ELISA kit (Shanghai SunRed Biological Technology
Co. Ltd., No. 6497, Shanghai, China).

Lactate concentration was measured in capillary blood collected from the earlobe
before and immediately after MAE, using a Dr. Lange Plus LP20 biochemical analyzer.

2.8. Statistical Analysis

Data were analyzed using a set of two two-factor mixed-design analyses of variance
(ANOVA). In the first analysis, the within-subject factor (repeated measures) represented
the supplementation effect (before and after) on the performance variables during MAE
and biochemical parameters at rest, while the between-subject factor represented the
group effect (supplemented or control). In the second analysis, the within-subject factor
(repeated measures) represented the effort effect of MAE (baseline, immediately post
MAE, and 6 h and 24 h post MAE) and the between-subject factor represented the group
effect (supplemented or control). Significant interaction between factors was subsequently
analyzed using Tukey’s post-hoc test. The reliability of assumptions of this statistical
test was checked using the Shapiro-Wilk test for normality, and Levene’s test for the
homogeneity of variance. Further, the effect size was estimated by eta-squared statistics
(n?). Values equal to or greater than 0.01, 0.06, and 0.14 indicated a small, moderate, and
large effect, respectively. The significance threshold was set at p < 0.05. The required total
sample size of 12 (ANOVA: 2 x 4) and 16 participants (ANOVA: 2 x 2) was estimated with
G*Power software ver. 3.1.9.4. (Franz Faul et al., Universitit Kiel, Kiel, Germany) for a
large effect size, and a power of 0.80. Due to the fact that the same training lasted for over
the 90 days in both supplemented and control groups representing the same sport club,
the number of available players was limited; thus, only the large effects could be detected.
Statistical analysis was performed using Statistica 13 software (TIBCO Software Inc., Palo
Alto, CA, USA).

Statistical analysis was performed using Statistica 13 software (TIBCO Software Inc.,
Palo Alto, CA, USA).

All participants recruited for the study completed the study with no adverse events
reported. The results of MAE before and after supplementation with the lyophilized
black chokeberry extract are presented in Table 3. Statistical analysis (ANOVA) revealed a
significant increase in the length of the distance run and the delta change of lactate levels in
the supplemented group. No significant changes in the MAE performance variables before
and after supplementation in the control group (p > 0.05) were apparent.
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Table 3. Participant performance in maximal multistage 20 m shuttle run test before and after
supplementation with a lyophilizate of black chokeberry extract (mean + SD).

Supplemented Control (Placebo)
Variable (n=12) (n=10) Effect p-Value
Before After Before After

GR 0.21
Distance (km) 2.50 £ 0.20 2.82+0.18% 247 +£0.32 2.59 +0.19 RM 0.01 **

GR x RM 0.01*

GR 0.49

Lactate (mM) 824 £ 171 9.47 +1.85* 9.00 + 1.72 7.79 £ 1.53 RM 0.98
delta change GR x RM 0.01 **

Abbreviations: GR, group; RM, repeated measure. * Significant difference before and after training at p < 0.05,
significant difference at * p < 0.05 and ** p < 0.01.

The results of the analysis of serum levels of inflammatory markers at rest before and
after the supplementation are presented in Table 4.

Table 4. Two-factor ANOVA with repeated measures (2 groups x 2 time points) of the resting serum
levels of inflammatory markers before and after 90 days of supplementation with a lyophilizate of
black chokeberry extract.

. Effect Size Post-hoc
Variable Effect F df p-Value ®?) Outcome
GR 11.80 1,20 <0.01 ** 0.37 S<P
8-OHdG RM 0.55 1,20 0.46 0.02 Sbefore > Safter
GR x RM 1.73 1,20 <0.01 ** 0.32 Satter < Pafter
GR 0.47 1,20 0.50 0.02
Ferritin RM 0.97 1,20 0.33 0.04
GR x RM 0.06 1,20 0.80 <0.01
GR 0.02 1,20 0.86 <0.01
Hepcidin RM 0.01 1,20 0.90 <0.01
GR x RM 2.92 1,20 0.10 0.12
GR 0.37 1,20 0.55 0.02
Tron RM <0.01 1,20 0.99 <0.01
GR x RM 0.94 1,20 0.34 0.06
GR 1.36 1,20 0.25 0.06 Before > After
IL-6 RM 15.08 1,20 <0.01 ** 0.43 Sbefore > Safter
GR xRM  23.06 1,20 <0.01 ** 0.53 Safter < Pafter
GR 0.21 1,20 0.64 0.01
IL-10 RM 1.89 1,20 0.18 0.08 S <S
GR xRM 2141 1,20 <0.01 ** 0.51 before = Safter
GR 1.84 1,20 0.18 0.08
Myoglobin RM 0.01 1,20 0.94 <0.01
GR x RM 1.77 1,20 0.19 0.08
GR 6.88 1,20 0.02 * 0.25 Be forseii frer
TAC RM 28.87 1,20 <0.01 0.59 5 s
GR x RM 7.24 1,20 0.01 * 0.26 before = “after

Safter > Pafter
Abbreviations: 8-OHdG, 8-hydroxydeoxyguanosine; IL-6, interleukin 6; IL-10, interleukin 10; TAC, total antioxi-
dant capacity; GR, group; RM, repeat measure; S, supplemented group; P, placebo group; significant difference at
*p <0.05and **p < 0.01.

Statistical analysis (ANOVA) revealed a significant effect of interaction (supplementa-
tion x group) on the resting values of 8-OHdG, IL-6, IL-10, and TAC (Figure 1). There was
a 14.5% decrease in 8-OHdG levels (p < 0.05) and a 15.0% decrease in IL-6 levels (p < 0.01)
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in the supplemented group. By contrast, the resting levels of IL-10 (20.0%, p < 0.01) and
TAC (85.2%, p < 0.01) significantly increased after supplementation with the lyophilized
black chokeberry extract.
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Figure 1. The mean =+ SD resting levels of specific inflammatory markers before and after 90 days
of supplementation with a lyophilizate of black chokeberry extract: (A) 8-OHdG, (B) ferritin,
(©) hepcidin, (D) iron, (E) IL-6, (F) IL-10, (G) myoglobin, and (H) TAC. Black circles, sup-
plemented group (n = 12); gray squares, placebo group (n = 10). Abbreviations: 8-OHdG,
8-hydroxydeoxyguanosine; IL-6, interleukin 6; IL-10, interleukin 10; TAC, total antioxidant capacity;
* significant difference vs. supplemented group after 90 days of supplementation with a lyophilizate
of black chokeberry extract.

Before the supplementation, statistical analysis (ANOVA) of inflammatory marker
levels revealed a significant effect of MAE on 8-OHdG (p < 0.01), IL-6 (p < 0.01), IL-10
(p < 0.01), myoglobin (p < 0.01), and TAC (p < 0.01). The greatest increase from baseline was
noted for the levels of 8-OHdAG immediately after exercise (38.3%, p < 0.01); IL-6 (83.9%,
p <0.01) and IL-10 (121.5%, p < 0.01) 6 h after exercise; and myoglobin 24 h after exercise
(50.9%, p < 0.01). By contrast, TAC decreased immediately after exercise (37.0%, p < 0.01).
No effect of any of the analyzed factors on ferritin and hepcidin levels was noted.
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After the supplementation, statistical analysis (ANOVA) revealed a significant effect
of interaction (effort X group) on changes in the IL-6 and IL-10 levels, and TAC induced by
MAE (Table 5).

Table 5. Two-factor ANOVA with repeated measures (2 groups x 4 time points) t of the serum levels
of inflammatory markers induced by maximal aerobic effort (MAE) after 90 days of supplementation
with a lyophilizate of black chokeberry extract.

Variable Effect F df p-Value .Effectz Post-Hoc Outcome
Size (n°)
GR 7.25 1,20 0.01 0.26 S<P
8-OHdG RM 72.54 3,60 <0.01* 0.78 .
GRxRM 126 3,60 0.29 0.05 1L > 1 IV; 11> 1T
GR 0.55 1,20 0.46 0.02
Ferritin RM 3.32 3,60 0.06 0.11
GR x RM 0.26 3,60 0.85 0.01
GR 2.74 1,20 0.11 0.12
Hepcidin RM 0.38 3, 60 0.76 0.02
GR x RM 0.55 3,60 0.64 0.02
GR 1.84 1,20 0.19 0.09
Iron RM 0.10 3,60 0.75 0.01
GR x RM 0.52 3,60 0.47 0.02
S<P
GR 24.27 1,20 <0.01* 0.54 _ )
IL-6 RM 190.65 3,60  <0.01* 0.90 I<I, IIIIII i\;vﬂ <II;
*
GRxRM 1032 3,60 <001 0.34 S.IT < P_II; S-111 < P-II:
S>P
GR 57.57 1,20 <0.01* 0.74 I<IL I, IV; 1T < 111
IL-10 RM 572.43 3,60 <0.01* 0.96 III > 1V
GR x RM 16.43 3, 60 <0.01* 0.45 S-1I > P-II; S-III > P-III;
S-IV > P-IV
GR 3.92 1,20 0.06 0.16
Myoglobin RM 8.56 3,60 <0.01* 0.29 ILIUI> 1,1V
GR x RM 1.71 3,60 0.17 0.07
GR 6.42 1,20 0.02 0.24 S>P
TAC RM 26.09 3, 60 <0.01* 0.56 I>101, IV > 10,
GR x RM 4.39 3,60 <0.01 * 0.18 S-1>P-1

Abbreviations: 8-OHdG, 8-hydroxydeoxyguanosine; IL-6, interleukin 6; IL-10, interleukin 10; TAC, total an-
tioxidant capacity; GR, group; RM, repeat measure; S, supplemented group (1 = 12); P, placebo group (1 = 10);
I, baseline; II, immediately after MAE; III, 6 h post MAE; 1V, 24 h post MAE; * significant difference at p < 0.01.
t This does not apply to iron. In the case of iron, ANOVA with repeated measures involved 2 groups and 2 time
points (baseline and immediately post MAE).

Post hoc analysis revealed that IL-6 levels immediately after (31.3%, p < 0.01) and 6 h
after exercise (35.9%, p < 0.01) were significantly lower in the supplemented group than
in the control group. Conversely, serum IL-10 levels immediately after exercise (20.0%,
p <0.01) and 6 h after exercise (24.5%, p < 0.01) in the supplemented group were significantly
higher than those in the control group (Figure 2).

Further, as before the supplementation, a significant effort effect of MAE on 8-OHdG
and myoglobin levels was noted, regardless of the group. Finally, TAC significantly
decreased immediately after MAE, regardless of the group effect, and the levels before
exercise were higher in the supplemented group than those in the control group, as was
also noted for the values at rest after the supplementation period.
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Figure 2. The mean + SD values of serum levels of specific inflammatory markers induced by
maximal aerobic effort (MAE) after 90 days of supplementation with a lyophilizate of black choke-
berry extract: (A) 8-OHdG, (B) ferritin, (C) hepcidin, (D) iron, (E) IL-6, (F) IL-10, (G) myoglobin,
and (H) TAC. Black circles, supplemented group (n = 12); gray squares, placebo group (n = 10).
Abbreviations: I, baseline; II, immediately after MAE; III, 6 h post MAE; 1V, 24 h post MAE; 8-OHdG,
8-hydroxydeoxyguanosine; IL-6, interleukin 6; IL-10, interleukin 10; TAC, total antioxidant capacity;
* significant difference vs. placebo at the particular time point.

3. Discussion

In the current study, we tested the hypothesis that a 90-day (7 times per week) supple-
mentation program with 6 g of lyophilized black chokeberry extract affects the adaptation
process and exercise-induced inflammation and exerts beneficial effects on the selected
parameters of iron metabolism. We focused mainly on the interaction between the supple-
mentation and changes in the serum levels of LA, and selected markers of inflammation
(IL-6 and IL-10), oxidative stress (8-OHdG), antioxidant potential (TAC), iron metabolism
(iron, ferritin, hepcidin), and skeletal muscle damage (myoglobin). We show that admin-
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istration of a lyophilized black chokeberry extract leads to an increase in the serum TAC
and IL-10 levels, and a decrease in IL-6 levels during the recovery period after maximal
aerobic testing

The effectiveness of the tested supplementation program was reflected by a signifi-
cant post-supplementation increase in the resting serum TAC and a decrease in 8-OHdG
levels (Figure 1).

In the supplemented group, lactate levels after MAE were significantly higher than
those in the placebo group, which may suggest an improvement of anaerobic metabolism
as a result of training and supplementation. Higher post-exercise lactate concentrations
after the supplementation period indicate that athletes’ exercise tolerance increased. Similar
results were found by Pilaczynska-Szczesniak, et al. [18].

In the current study, the effect of MAE on young football players was reflected by a
post-exercise decrease in the serum TAC, which was observed both prior to and after the
supplementation (Figure 2). While the observed changes did not reach statistical signifi-
cance in either case (supplementation or control), the trends are similar to those reported
by Groussard, et al. [19] and Skarparska-Stejnborn, Basta, Sadowska, and Pilaczyriska-
Szczesniak [6]. A decrease of TAC perturbs free radical neutralization, which could increase
lipid peroxidation, biological membrane dysfunction, and intercellular oxidation [20]. It
may also lead to changes in the redox status of iron and the activation of many other
inflammatory pathways, resulting in increased oxidative stress and inflammation [21].

While TAC increased after the supplementation, we also observed a decrease in resting
8-OHdG levels, which remained low after MAE in the supplemented group compared to
placebo. 8-OHAG is one of the predominant forms of ROS-induced DNA lesions and, thus,
is a commonly used biomarker of oxidative stress [22]. In a previous study, Stankiewicz,
et al. [23] found that 7 weeks of supplementation with black chokeberry juice did not alter
the 8-OHAG levels and TAC before and after similar maximal exercise (a 20 m shuttle run
test). The difference in outcomes could be related to the length of the supplementation pe-
riod (90 days vs. 49 days, current vs. prior study, respectively), the form of the supplement
(6 g of lyophilized extract vs. 200 mL of juice, current vs. prior study, respectively), and
group size (n =22 vs. n = 20, current vs. prior study, respectively).

It is notable that flavonoid extracts, such as black chokeberry lyophilizate, are rich in
flavonoids, a-tocopherol, and ascorbic acid. These substances protect against increased
oxidative stress and suppress free radical generation. Furthermore, they interact with each
other. On the one hand, high flavonoid concentrations have a protective effect on oxidative
changes facilitated by ascorbic acid. On the other hand, high concentrations of ascorbic
acid positively interact with flavonoid activity [24]. Hence, the high levels of antioxidants
that the study group was supplemented with protected the participants against damage
from reactive oxygen radicals and affected extracellular inflammation.

In the current study, we also showed that the favorable changes observed during the
supplementation period are associated not only with the changes in TAC but also with
changes in many inflammatory markers, such as IL-6 and IL-10. IL-6 plays an important
role in the regulation of inflammation. Typically, physical exercise is accompanied by an
increase in IL-6 levels. We observed this effect in the current study in both the supplemented
and control groups. Importantly, supplementation with the lyophilized black chokeberry
extract reduced the increase in IL-6 levels for up to 24 h after exercise. To date, this effect
has been reported only rarely [6]. According to one in vitro study, black chokeberry extract
suppresses the STAT3/IRF1 pathway by inhibiting the phosphorylation of STAT3, and thus
decreases the expression of IL-6 [25]. This, in turn, stimulates fatty acid mobilization and
regulates the inflammatory process [6].

In the current study, supplementation with the lyophilized black chokeberry extract
affected the resting levels of IL-6. Unlike Skarpaniska—-Stejnborn et al., who reported that
there is no effect of proposed supplementation on IL-6 [6], we observed a significant
effect of the Aronia lyophilisate on IL-6 levels (Figure 1). However, the changes were not
significantly correlated with hepcidin levels, both prior to and after the supplementation.
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The observed trends may indicate an association between those proteins as, typically, IL-6
induces hepcidin synthesis in hepatocytes [26].

Flavonoids maintain the balance between oxidized, reduced, and radical forms of
antioxidants, which is an important element of protection against increased ROS levels. In
the current study, in addition to affecting IL-6 levels, the tested supplementation protocol
rich in flavonoids affected serum levels of IL-10, another inflammatory marker. IL-10 is an
anti-inflammatory cytokine whose blood levels increase after exercise. Accordingly, we here
observed a significant increase in IL-10 levels after MAE. The effect was more pronounced
in football players in the supplemented group than in those in the control group. Notably,
in the supplemented group, the IL-6 level increase was smaller than that in the control
population. IL-6 release from the exercising muscle is accompanied by the appearance of
IL-10 and other anti-inflammatory cytokines in the circulation. The presented observations
indicate that the lyophilized chokeberry extract induces an anti-inflammatory response
independent from IL-6 [27].

According to Aaseth and Stoa Birketvedt [28], prolonged aerobic physical activity may
lead to a post-exercise increase in plasma iron levels. The main underlying mechanism
is hemolysis and rhabdomyolysis, associated with increased inflammation. Accordingly,
chelation of free iron as a control mechanism of iron metabolism after intensive exercise
is important, considering the pro-inflammatory potential of iron [29]. Flavonoids, the
major biological compounds of black chokeberry lyophilizate, harbor a hydroxyl group
on the C-ring and hence may chelate free iron to reduce its concentration [30]. In the
current study, we did not observe any changes in the markers of iron metabolism at rest
and after MAE. That may be because the employed aerobic testing method, despite its
specificity, did not lead to hemolysis and rhabdomyolysis. Similar observations were made
by Antosiewicz, Kaczor, Kasprowicz, Laskowski, Kujach, Luszczyk, Radziminski, and
Ziemann [29] and Skarpanska-Stejnborn, Basta, Sadowska, and Pilaczyriska-Szczesniak [6].
The above findings may indicate that the specific aerobic testing intensity of exercise in
well-adapted populations should be adjusted toward increased overloading. On the other
hand, the findings could also indicate high physical preparedness for exercise of the studied
group of football players.

The current study has some potential limitations. The first limitation is the relatively
small sample size. Further studies should be performed, with an increased sample size
and/or implementing a crossover study design. Second, the football players’ field position
or volume of competition play (starter vs. non-starter) was not considered during random-
ization. Third, the study did not include a control of the dietary regime, and potential
changes in the amount of consumed fruits and/or vegetables rich in flavonoids might
have interfered with the applied intervention. In addition, we used an indirect VOypax
evaluation method. Nonetheless, that procedure was only used to cause cellular response
and observe post-exercise inflammation. Finally, most of the presented results were ob-
tained using ELISA. This is a well-known and widely used method for the analysis of
numerous compounds; however, measurement errors are possible. Hence, highly sensitive
and specific LC-MS/MS methodology should be used in future studies.

4. Conclusions

In this study, we showed that the administration of a lyophilized black chokeberry
extract, which possesses strong antioxidant activity, leads to an increase in the serum TAC
and IL-10 levels and a decrease in IL-6 levels during the recovery period after maximal
aerobic testing. Hence, the consumption of a lyophilizate of natural black chokeberry extract
may result in beneficial effects, reducing the consequences of an intensive training load.
The presented findings justify the use of lyophilized black chokeberry extract as a dietary
supplement for athletes undergoing MAE, and can be a starting point for considering its
use to enrich the dietary patterns of populations other than athletes.



Nutrients 2023, 15, 975 12 of 13

Author Contributions: Conceptualization, B.S., ].M., A.S.-S. and ]J.A. Methodology, B.S., ] M., M.C,,
AS-S,J.A, AK,BN, AS, J.R., M.P. and T.W. Investigation, B.S., ]. M. and A.K. Writing—original
draft preparation, B.S., ] M., J.A., AK.,, AS.-S,, AS,, B.N.,, TW.,, ].R.,, M.P. and E.P. Writing—review
and editing, B.S., J M., J.A.,, AK, BN, TW, ] R, M.P, EP. and A.S.-S. Project administration, ].M.
and A.S.-S. Funding acquisition, J.A. All authors have read and agreed to the published version of
the manuscript.

Funding: This work was supported by the Knowledge Grant of Polish Ministry of Science and Higher
Education under Grant 2020/37/B/NZ7/01794.

Institutional Review Board Statement: The study was conducted in accordance with the Declara-
tion of Helsinki, and approved by the Bioethics Committee for Clinical Research of the Collegium
Medicum University of Nicolaus Copernicus (decision number KB-382/2017).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: Datasets analyzed during the current study will be available at the
end of the project of which they are part (Grant from the National Science Centre, Poland—number
2020/37/B/NZ7/01794).

Acknowledgments: We gratefully acknowledge all participants of the study.

Conflicts of Interest: The authors declare no conflict of interest. The funders had no role in the design
of the study; in the collection, analyses, or interpretation of data; in the writing of the manuscript; or
in the decision to publish the results.

References

1.

10.
11.

12.

13.

14.

Bahri-Sahloul, R.; Ben Fredj, R.; Boughalleb, N.; Shriaa, J.; Saguem, S.; Hilbert, J.-L.; Trotin, F.,; Ammar, S.; Bouzid, S.; Harzallah-
Skhiri, F. Phenolic Composition and Antioxidant and Antimicrobial Activities of Extracts Obtained from Crataegus azarolus L. var.
aronia (Willd.). Batt. Ovaries Calli. J. Bot. 2014, 2014, 623651. [CrossRef]

Denev, P; Kratchanova, M.; Ciz, M.; Lojek, A.; Vasicek, O.; Nedelcheva, P.; Blazheva, D.; Toshkova, R.; Gardeva, E.; Yossifova, L.;
et al. Biological activities of selected polyphenol-rich fruits related to immunity and gastrointestinal health. Food Chem. 2014, 157,
37-44. [CrossRef]

Reeder, B.].; Wilson, M.T. The effects of pH on the mechanism of hydrogen peroxide and lipid hydroperoxide consumption by
myoglobin: A role for the protonated ferryl species. Free Radic. Biol. Med. 2001, 30, 1311-1318. [CrossRef]

Halon-Golabek, M.; Borkowska, A.; Herman-Antosiewicz, A.; Antosiewicz, J. Iron Metabolism of the Skeletal Muscle and
Neurodegeneration. Front. Neurosci. 2019, 13, 165. [CrossRef] [PubMed]

Peeling, P.; Dawson, B.; Goodman, C.; Landers, G.; Wiegerinck, E.T.; Swinkels, D.W.; Trinder, D. Training surface and intensity:
Inflammation, hemolysis, and hepcidin expression. Med. Sci. Sport Exerc. 2009, 41, 1138-1145. [CrossRef]
Skarparnska-Stejnborn, A.; Basta, P.; Sadowska, ].; Pilaczyriska-Szczesniak, L. Effect of supplementation with chokeberry juice
on the inflammatory status and markers of iron metabolism in rowers. J. Int. Soc. Sport Nutr. 2014, 11, 014-0048. [CrossRef]
[PubMed]

Skarpanska-Stejnborn, A.; Basta, P,; Trzeciak, J.; Michalska, A.; Kafkas, M.E.; Woitas-Slubowska, D. Effects of cranberry (Vaccinum
macrocarpon) supplementation on iron status and inflammatory markers in rowers. J. Int. Soc. Sport Nutr. 2017, 14, 7. [CrossRef]
[PubMed]

Kortas, J.; Kuchta, A.; Prusik, K.; Prusik, K.; Ziemann, E.; Labudda, S.; Cwiklinska, A.; Wieczorek, E.; Jankowski, M.; Antosiewicz,
J. Nordic walking training attenuation of oxidative stress in association with a drop in body iron stores in elderly women.
Biogerontology 2017, 18, 517-524. [CrossRef]

Nemeth, E.; Rivera, S.; Gabayan, V.; Keller, C.; Taudorf, S.; Pedersen, B.K.; Ganz, T. IL-6 mediates hypoferremia of inflammation
by inducing the synthesis of the iron regulatory hormone hepcidin. J. Clin. Investig. 2004, 113, 1271-1276. [CrossRef]
Gozzelino, R.; Arosio, P. Iron Homeostasis in Health and Disease. Int. ]. Mol. Sci. 2016, 17, 130. [CrossRef]

Mieszkowski, J.; Kochanowicz, M.; Zychowska, M.; Kochanowicz, A.; Grzybkowska, A.; Anczykowska, K.; Sawicki, P.; Borkowska,
A.; Niespodzinski, B.; Antosiewicz, J. Ferritin Genes Overexpression in PBMC and a Rise in Exercise Performance as an Adaptive
Response to Ischaemic Preconditioning in Young Men. Biomed. Res. Int. 2019, 2019, 9576876. [CrossRef] [PubMed]

Youdim, M.B.; Griinblatt, E.; Mandel, S. The pivotal role of iron in NF-kappa B activation and nigrostriatal dopaminergic
neurodegeneration. Prospects for neuroprotection in Parkinson’s disease with iron chelators. Ann. N. Y. Acad. Sci. 1999, 890, 7-25.
[CrossRef] [PubMed]

Kéhkonen, M.P,; Hopia, A.L; Heinonen, M. Berry Phenolics and Their Antioxidant Activity. J. Agric. Food Chem. 2001, 49,
4076-4082. [CrossRef] [PubMed]

Seeram, N.P. Berry fruits: Compositional elements, biochemical activities, and the impact of their intake on human health,
performance, and disease. J. Agric. Food Chem. 2008, 56, 627-629. [CrossRef] [PubMed]


http://doi.org/10.1155/2014/623651
http://doi.org/10.1016/j.foodchem.2014.02.022
http://doi.org/10.1016/S0891-5849(01)00534-2
http://doi.org/10.3389/fnins.2019.00165
http://www.ncbi.nlm.nih.gov/pubmed/30949015
http://doi.org/10.1249/MSS.0b013e318192ce58
http://doi.org/10.1186/s12970-014-0048-5
http://www.ncbi.nlm.nih.gov/pubmed/25298754
http://doi.org/10.1186/s12970-017-0165-z
http://www.ncbi.nlm.nih.gov/pubmed/28261001
http://doi.org/10.1007/s10522-017-9681-0
http://doi.org/10.1172/JCI200420945
http://doi.org/10.3390/ijms17010130
http://doi.org/10.1155/2019/9576876
http://www.ncbi.nlm.nih.gov/pubmed/31111074
http://doi.org/10.1111/j.1749-6632.1999.tb07977.x
http://www.ncbi.nlm.nih.gov/pubmed/10668410
http://doi.org/10.1021/jf010152t
http://www.ncbi.nlm.nih.gov/pubmed/11513713
http://doi.org/10.1021/jf071988k
http://www.ncbi.nlm.nih.gov/pubmed/18211023

Nutrients 2023, 15, 975 13 of 13

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

Wu, X,; Gu, L.; Prior, R.L.; McKay, S. Characterization of anthocyanins and proanthocyanidins in some cultivars of Ribes, Aronia,
and Sambucus and their antioxidant capacity. J. Agric. Food Chem. 2004, 52, 7846-7856. [CrossRef]

Pownall, T.L.; Udenigwe, C.C.; Aluko, R.E. Amino acid composition and antioxidant properties of pea seed (Pisum sativum L.)
enzymatic protein hydrolysate fractions. J. Agric. Food Chem. 2010, 58, 4712-4718. [CrossRef] [PubMed]

Re, R.; Pellegrini, N.; Proteggente, A.; Pannala, A.; Yang, M.; Rice-Evans, C. Antioxidant activity applying an improved ABTS
radical cation decolorization assay. Free Radic. Biol. Med. 1999, 26, 1231-1237. [CrossRef] [PubMed]

Léger, L.A.; Mercier, D.; Gadoury, C.; Lambert, J. The multistage 20 metre shuttle run test for aerobic fitness. J. Sport. Sci. 1988, 6,
93-101. [CrossRef] [PubMed]

Pilaczynska-Szczesniak, L.; Skarpanska-Steinborn, A.; Deskur, E.; Basta, P.; Horoszkiewicz-Hassan, M. The influence of chokeberry
juice supplementation on the reduction of oxidative stress resulting from an incremental rowing ergometer exercise. Int. J. Sport
Nutr. Exerc. Metab. 2005, 15, 48-58. [CrossRef] [PubMed]

Groussard, C.; Rannou-Bekono, E; Machefer, G.; Chevanne, M.; Vincent, S.; Sergent, O.; Cillard, J.; Gratas-Delamarche, A.
Changes in blood lipid peroxidation markers and antioxidants after a single sprint anaerobic exercise. Eur. |. Appl. Physiol. 2003,
89, 14-20. [CrossRef] [PubMed]

Vollaard, N.B.; Shearman, ].P.; Cooper, C.E. Exercise-induced oxidative stress:myths, realities and physiological relevance. Sports
Med. 2005, 35, 1045-1062. [CrossRef] [PubMed]

Valavanidis, A.; Vlachogianni, T.; Fiotakis, C. 8-hydroxy-2’-deoxyguanosine (8-OHdG): A critical biomarker of oxidative stress
and carcinogenesis. |. Environ. Sci. Health Part C Environ. Carcinog. Ecotoxicol. Rev. 2009, 27, 120-139. [CrossRef] [PubMed]
Stankiewicz, B.; Cieslicka, M.; Kujawski, S.; Piskorska, E.; Kowalik, T.; Korycka, J.; Skarpanska-Stejnborn, A. Effects of antioxidant
supplementation on oxidative stress balance in young footballers- a randomized double-blind trial. J. Int. Soc. Sport Nutr. 2021,
18, 44. [CrossRef] [PubMed]

Rietjens, .LM.; Boersma, M.G.; Haan, L.; Spenkelink, B.; Awad, HM.; Cnubben, N.H.; van Zanden, ].J.; Woude, H.; Alink, G.M.;
Koeman, J.H. The pro-oxidant chemistry of the natural antioxidants vitamin C, vitamin E, carotenoids and flavonoids. Environ.
Toxicol. Pharmacol. 2002, 11, 321-333. [CrossRef]

Iwashima, T.; Kudome, Y.; Kishimoto, Y.; Saita, E.; Tanaka, M.; Taguchi, C.; Hirakawa, S.; Mitani, N.; Kondo, K.; lida, K. Aronia
berry extract inhibits TNF-«x-induced vascular endothelial inflammation through the regulation of STAT3. Food Nutr. Res. 2019,
63, 3361. [CrossRef]

Nemeth, E.; Valore, E.V,; Territo, M.; Schiller, G.; Lichtenstein, A.; Ganz, T. Hepcidin, a putative mediator of anemia of
inflammation, is a type II acute-phase protein. Blood 2003, 101, 2461-2463. [CrossRef]

Barak, V.; Birkenfeld, S.; Halperin, T.; Kalickman, I. The effect of herbal remedies on the production of human inflammatory and
anti-inflammatory cytokines. Isr. Med. Assoc. ]. IMA] 2002, 4, 919-922.

Aaseth, J.; Stoa Birketvedt, G. Hemolysis and rhabdomyolysis after marathon and long distance running. Immunol. Endocr. Metab.
Agents Med. Chem. 2012, 12, 8-13. [CrossRef]

Antosiewicz, J.; Kaczor, J.J.; Kasprowicz, K.; Laskowski, R.; Kujach, S.; Luszczyk, M.; Radziminski, L.; Ziemann, E. Repeated “all
out” interval exercise causes an increase in serum hepcidin concentration in both trained and untrained men. Cell. Immunol. 2013,
283,12-17. [CrossRef]

Perron, N.R.; Brumaghim, J.L. A review of the antioxidant mechanisms of polyphenol compounds related to iron binding. Cell
Biochem. Biophys. 2009, 53, 75-100. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.


http://doi.org/10.1021/jf0486850
http://doi.org/10.1021/jf904456r
http://www.ncbi.nlm.nih.gov/pubmed/20359226
http://doi.org/10.1016/S0891-5849(98)00315-3
http://www.ncbi.nlm.nih.gov/pubmed/10381194
http://doi.org/10.1080/02640418808729800
http://www.ncbi.nlm.nih.gov/pubmed/3184250
http://doi.org/10.1123/ijsnem.15.1.48
http://www.ncbi.nlm.nih.gov/pubmed/15902989
http://doi.org/10.1007/s00421-002-0767-1
http://www.ncbi.nlm.nih.gov/pubmed/12627300
http://doi.org/10.2165/00007256-200535120-00004
http://www.ncbi.nlm.nih.gov/pubmed/16336008
http://doi.org/10.1080/10590500902885684
http://www.ncbi.nlm.nih.gov/pubmed/19412858
http://doi.org/10.1186/s12970-021-00447-z
http://www.ncbi.nlm.nih.gov/pubmed/34098993
http://doi.org/10.1016/S1382-6689(02)00003-0
http://doi.org/10.29219/fnr.v63.3361
http://doi.org/10.1182/blood-2002-10-3235
http://doi.org/10.2174/187152212799857655
http://doi.org/10.1016/j.cellimm.2013.06.006
http://doi.org/10.1007/s12013-009-9043-x

	Introduction 
	Materials and Methods 
	Ethics 
	Study Design 
	Antioxidant Testing of Black Chokeberry Extract 
	DPPH Antioxidant Test 
	ABTS Antioxidant Test 

	Participants 
	Supplementation 
	Exercise Protocol 
	Blood Collection and Analysis 
	Statistical Analysis 

	Discussion 
	Conclusions 
	References

