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Abstract: Secondary metabolites as a potential source of anticancer therapeutics have been the subject
of many studies. Since hypericin, a metabolite isolated from Hypericum perforatum L., shows several
biomedical properties applicable in oncology, the aim of our study was to investigate its potential
precursor skyrin in terms of genotoxic and DNA-protective effects. These skyrin effects were analyzed
by cell-free methods, and cytotoxicity was estimated by an MTT assay and by a trypan blue exclusion
test, while the genotoxic/antigenotoxic potential was examined by comet assay using non-cancerous
human lymphocytes and the HepG2 cancer cell line. Skyrin did not show DNA-damaging effects
but rather exhibited DNA-protectivity using a DNA-topology assay. However, we observed only
weak antioxidant and chelating skyrin properties in other cell-free methods. Regarding the cytotoxic
activity of skyrin, HepG2 cells were more prone to skyrin-induced death in comparison to human
lymphocytes. Skyrin in non-cytotoxic concentrations did not exhibit elevated genotoxicity in both
cell types. On the other hand, skyrin displayed moderate DNA-protective effects that were more
noticeable in the case of non-cancerous human lymphocytes. The potential genotoxic effects of skyrin
were not observed, and its DNA-protective capacity was more prominent in non-cancerous cells.
Therefore, skyrin might be a promising agent used in anticancer therapy.
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1. Introduction

The plant kingdom is a great source of medicinal herbs that, due to their positive health
effects, engaged the attention of people many years ago. Currently, thanks to previous
empirical experience and traditional medicine, we have access to widespread biomedical in-
formation about numerous plants. Undoubtedly, St. John’s wort (Hypericum perforatum L.)
is one of such examples. This medical plant has earned the attention of the scientific as well
as the public community as a result of its wide-ranging use due mainly to the synergistic
interactions of its secondary metabolites [1]. Hypericum extracts can be used as a cure
for various diseases, including the treatment of wounds [2], burns [3], gastrointestinal
problems [4], depression [5], and many others [6]. The medicinal herb H. perforatum L.
contains a complex of various secondary metabolites characterized by specific properties
with potential application in the pharmaceutical industry and medicine. Therefore, ex-
tensive research focused on the genotoxic profiling of its individual compounds, such as
hypericin [7,8], emodin [9], hyperforin, and aristoforin [10,11], was performed.

Hypericin, the most well-known metabolite of H. perforatum L., is one of the most
promising agents for anticancer photodynamic therapy [12-15] due to its photoactivation
ability. Extensive commercial and scientific efforts to fully characterize this metabolite
led to an investigation of its biosynthesis and the subsequent identification of skyrin, the
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potential precursor of hypericin in St. John’s wort [16,17]. Skyrin, a red pigment from
the group of anthraquinones, is a secondary metabolite isolated not only from plants
but also from insects and fungi [18,19]. Skyrin has been the subject of several studies
mainly due to its association with hypericin. The ability of a selective accumulation of
skyrin in necrotic tissue could possibly play a role in the diagnostics and treatment of
tumors [20,21]. The proposal of skyrin as a prospective drug for the treatment of diabetes
mellitus has been made since it acts as a receptor-selective glucagon antagonist, ultimately
inhibiting gluconeogenesis and glycogenolysis and, thus, maintaining normal blood sugar
levels [22]. The antibacterial properties of this chemical also increase its potential for
clinical use [23-26]. Due to the fact that several medically beneficial compounds display
genotoxic potentials [9], the effect of skyrin on DNA should be investigated before its future
implementation into clinical practice. Since the effect of skyrin on various model systems
has not been sufficiently explored, the aim of this study is to monitor its potential toxicity
and genotoxicity using different models. Moreover, the potential mechanism of skyrin
action was studied by cell-free methods.

2. Results
2.1. DNA-Damaging and DNA-Protective Effects of Skyrin on Plasmid DNA

The effects of skyrin on plasmid DNA were investigated by DNA-topology assay.
Firstly, we determined the potential of skyrin to form single- and double-strand breaks
in plasmid DNA. None of the tested concentrations of skyrin (0.0001-100 uM) exhibited
DNA-damaging properties, similarly to the negative control (Figure 1). The potential DNA-
protective capacity against Fe?*-induced DNA breaks was also evaluated. The ability of
skyrin to protect plasmid DNA increased in a concentration-dependent manner (Figure 2),
and strong DNA protectivity was observed in samples with higher concentrations of skyrin
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Figure 1. Potential DNA-damaging effects of skyrin on plasmid DNA. Electrophoretic monitoring
of changes in the topology of plasmid DNA (pBR322) induced by skyrin (SK) using DNA-topology
assay (Form I = relaxed circular DNA; Form II = linear DNA; Form III = supercoiled DNA). Legend:
Line 1: pBR322 (negative control-NC); line 2: pBR322 + FeSO4 x 7H,O (positive control-PC); lines
3-12: pBR322 + different concentrations of skyrin. Experiments were performed three times with
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similar results, and the representative electrophoretic gel is presented. The bar chart shows the
percentage of individual topological forms of plasmid DNA in corresponding lines.

90
80
70
60
40
3
2
1

0

NC 0.01 0.1 0.5 1 5 10 50

PC 0.0001  0.001

Percentage of DNA
w
o

o © ©

100
Concentration [uM]

m Supercoiled DNA  m Relaxed circular DNA  m Linear DNA

NC PC 0.0001 0.001 0.01 0.1 0.5 1 5 10 50 100

Form |

Form I
Form Il

Figure 2. DNA-protective activity of skyrin (SK) analyzed by DNA-topology assay. Electrophoretic
monitoring of changes induced by FeSO4 x 7H,O in the topology of plasmid DNA (pBR322) after
skyrin application (Form I = relaxed circular DNA; Form II = linear DNA; Form III = supercoiled
DNA). Legend: Line 1: pBR322 (negative control-NC); line 2: pBR322 + FeSO, x 7HO (positive
control-PC); lines 3-12: pBR322 + FeSO4 x 7H,0 + different concentrations of skyrin. Experiments
were performed three times with similar results, and the representative electrophoretic gel is pre-
sented. The bar chart shows the percentage of individual topological forms of plasmid DNA in
corresponding lines.

2.2. Antioxidant and Chelating Potential of Skyrin in Cell-Free Methods

Since skyrin displayed protective effects against Fe?*-induced DNA breaks in plasmid
DNA, its potential mechanism of action was investigated using other cell-free methods.
The ability to donate electrons was estimated, using reducing power assay as an indicator
of the potential antioxidant capacity of skyrin. However, skyrin did not show considerable
reducing power compared to gallic acid (positive control), which was mainly noticeable
at higher concentrations (Figure 3). Another possible antioxidant effect mechanism is the
ability of the chemical to act as a hydrogen atom donor, thus interacting with radicals and
decreasing their systemic levels. Skyrin in a wide range of concentrations (0.0001-100 uM)
had only a slight ability to scavenge DPPH® radicals, and the percentage of scavenged
DPPH?® radicals in skyrin samples did not surpass the 5% level (Figure 4). Similar results
were obtained in Fe?*-chelating assays, where the level of inhibition of ferrozine complexes
formation did not exceed 10% in samples with skyrin (Figure 5). Based on these results, we
concluded that skyrin exhibited very weak antioxidant or chelating capacities as detectable
by the methods mentioned above.
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Figure 3. Reducing power of skyrin (light grey columns) in comparison with gallic acid used as
a positive control at the same concentrations (dark grey columns). Each value is expressed as
mean =+ standard deviation. Results were analyzed by ANOVA single-step multiple comparisons of
means using LSD tests, and comparisons between the mean values were considered significant at
p < 0.05. Similar letters represent samples with no statistically significant differences between them.
All the experimental data in this work are from at least three independent experiments.
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Figure 4. DPPH® radical scavenging activity of skyrin (light grey columns) in comparison with
gallic acid used as a positive control at the same concentrations (dark grey columns). Each value is
expressed as mean =+ standard deviation. Results were analyzed by ANOVA single-step multiple
comparisons of means using LSD tests, and comparisons between the mean values were considered
significant at p < 0.05. Similar letters represent samples with no statistically significant differences
between them. All experimental data in this work are from at least three independent experiments.
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Figure 5. Chelating activity of skyrin. Each value is expressed as mean + standard deviation.
Results were analyzed by ANOVA single-step multiple comparisons of means using LSD tests, and
comparisons between the mean values were considered significant at p < 0.05. Similar letters represent
samples with no statistically significant differences between them. All experimental data in this work
are from at least three independent experiments.

2.3. Cytotoxic and Genotoxic Effects of Skyrin in Human Cells

To evaluate the potential cytotoxic properties of skyrin on human lymphocytes, a
trypan blue exclusion test was performed. Since cell viability in all skyrin samples was
over 90% (Figure 6A), these results suggest that skyrin did not exert cytotoxic effects on
human lymphocytes at the analyzed concentrations (0.01-100 uM); therefore, all tested
concentrations were used for comet assay on human lymphocytes.

MTT assay as a standard colorimetric method for measuring cell viability for culture
cell lines was performed using HepG2 cells treated with skyrin in two experimental designs:
24 and 48 h treatments, respectively. In addition, a 24 h treatment, including a washing
step and subsequent period for recovery of cells after skyrin treatment (for 24 h), was also
implemented. The most significant decrease in viability was observed in samples treated
with 50, 75, and 100 uM skyrin in all three treatment schedules (Figures 7A, 8A and 9A).
Since the comet assay is not capable of scoring the level of DNA damage in dead cells,
these higher concentrations of skyrin (from Penicillium islandicum) were not included in the
comet assay on HepG2. Other tested concentrations of skyrin did not lead to decreases in
viability greater than 20%; therefore, these results are not considered as clinically significant
in matters of relation to cytotoxicity.

An alkaline comet assay was performed for the assessment of the potential geno-
toxic effect of skyrin. The level of DNA damage in human lymphocytes treated with
different concentrations of skyrin (0.01-100 uM) remained comparable with the nega-
tive control (untreated cells) (Figure 6B). Similar results were obtained in human hep-
atoma HepG2 cells for all experimental designs. None of the tested skyrin concentrations
(0.1-25 uM) showed significant differences in DNA damage compared to the negative
control (Figures 7B, 8B and 9B).
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Figure 6. Evaluation of the potential cytotoxic (A) and genotoxic (B) effects of skyrin (SK) on human
lymphocytes (1 h treatment) at different concentrations, using the trypan blue exclusion test and the
comet assay. Negative control (NC)—untreated cells; positive control for comet assay (PC)—cells
treated with 440 uM hydrogen peroxide. Results were analyzed by ANOVA single-step multiple
comparisons of means using LSD tests, and comparisons between the mean values were considered
significant at p < 0.05. Similar letters represent samples with no statistically significant differences
between them. All experimental data in this work are from at least three independent experiments.

2.4. Protective Potential of Skyrin against Hydrogen Peroxide

The potential protective activity of skyrin against a damaging agent (hydrogen perox-
ide) was also investigated using human cells. Significant decreases in hydrogen peroxide-
induced DNA damage were observed at all tested concentrations of skyrin using human
lymphocytes (Figure 10). The most evident change in DNA damage level was observed
in samples treated with 0.1 uM (44 £ 1.95%) and 100 uM (36.93 £ 11.67%) skyrin, com-
pared to samples treated only with 440 uM hydrogen peroxide (69.12 £ 6.39%). Cytotoxic
evaluations of the 100 uM skyrin and hydrogen peroxide combination revealed a slight
decrease in cell viability (data not shown). Therefore, the change in DNA damage ob-
served in the sample with 100 uM skyrin might be related to higher cytotoxic effects of
skyrin in combination with hydrogen peroxide and not to the potential protective effects of
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skyrin against hydrogen peroxide. DNA protectivity of skyrin was even less noticeable
in the HepG2 cancer cell line (Figure 11). Only 1 uM concentration of skyrin significantly
decreased DNA damage (25.71 & 3.39%) compared to the positive control treated with
1 mM hydrogen peroxide (32.87 £ 4.37%). Similar results were obtained for all treatment
schedules (2448 h).
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Figure 7. Evaluation of the potential cytotoxic (A) and genotoxic (B) effects of skyrin (SK) on
the HepG2 cell line (24 h treatment) at different concentrations, using the MTT and comet assays.
Negative control (NC)—untreated cells; positive control for comet assay (PC)—cells treated with
1 mM hydrogen peroxide. Results were analyzed by ANOVA single-step multiple comparisons of
means using LSD tests, and comparisons between the mean values were considered significant at
p < 0.05. Similar letters represent samples with no statistically significant differences between them.
All experimental data in this work are from at least three independent experiments.
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Figure 8. Evaluation of the potential cytotoxic (A) and genotoxic (B) effects of skyrin (SK) on the
HepG2 cell line (24 h treatment followed by washing step and 24 h recovery period) at different
concentrations using the MTT and the comet assays. Negative control (NC)—untreated cells; positive
control for comet assay (PC)—cells treated with 1 mM hydrogen peroxide. Results were analyzed
by ANOVA single-step multiple comparisons of means using LSD tests, and comparisons between
the mean values were considered significant at p < 0.05. Similar letters represent samples with no
statistically significant differences between them. All experimental data in this work are from at least
three independent experiments.
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Figure 9. Evaluation of the potential cytotoxic (A) and genotoxic (B) effects of skyrin (SK) on
the HepG2 cell line (48 h treatment) at different concentrations, using MTT and the comet assays.
Negative control (NC)—untreated cells; positive control for comet assay (PC)—cells treated with

1 mM hydrogen peroxide. Results were analyzed by ANOVA single-step multiple comparisons of

means using LSD tests, and comparisons between the mean values were considered significant at

p < 0.05. Similar letters represent samples with no statistically significant differences between them.

All experimental data in this work are from at least three independent experiments.



Int. J. Mol. Sci. 2022, 23,5339

10 of 19

100

20

80 e

70

60

50

DNA in tail [%]

30
20

d
cd cd
bc b
e e I
0
0.1 1

NC PC 0.01
Concentration of skyrin [uM]

10 100

Figure 10. Evaluation of the potential DNA-protective effects of skyrin (SK) on human lymphocytes
(1 h treatment) at different concentrations, using the comet assay. Negative control (NC)—untreated
cells; positive control for comet assay (PC)—cells treated with 440 uM hydrogen peroxide. Tested
samples were treated with a different concentration of skyrin (1 h treatment), and hydrogen per-
oxide (440 uM) was subsequently added (5 min treatment). Results were analyzed by ANOVA
single-step multiple comparisons of means using LSD tests, and comparisons between the mean
values were considered significant at p < 0.05. Similar letters represent samples with no statistically
significant differences between them. All experimental data in this work are from at least three
independent experiments.
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treated with a different concentration of skyrin (24 h treatment), and hydrogen peroxide (1 mM)
was subsequently added (5 min treatment). Results were analyzed by ANOVA single-step multiple
comparisons of means using LSD tests, and comparisons between the mean values were considered
significant at p < 0.05. Similar letters represent samples with no statistically significant differences be-
tween them. All the experimental data in this work are from at least three independent experiments.

3. Discussion

Natural compounds and secondary metabolites represent a great new source of ther-
apeutics due to their wide range of biomedical properties. One of their advantages is a
potential ability to act selectively against tumor cells without causing excessive damage
to the surrounding tissue [27] or protective capabilities in terms of antioxidant effects [28].
Hypericum perforatum L., for which its metabolites display a promising potential in an-
ticancer therapy, is an example of such a therapeutic source. A medically significant
substance, hypericin, has shown relevance in photodynamic therapy due to its photoac-
tivation ability [12]. Therefore, the study of the hypericin-related metabolites and its
precursors seems to be relevant in order to identify similar effects and verify their safety in
biological systems.

Firstly, we focused on the skyrin molecular mode of action in a cell-free system using
plasmid DNA and the identification of whether skyrin can induce DNA damage in the form
of DNA breaks. The results revealed that skyrin did not cause any form of detectable dam-
age in this model system. DNA-topology assay can be also used for the determination of
possible protective effects in the tested compound. In this case, the damaging agent (namely
FeSO4 x 7H,0) was added into samples with plasmid DNA and skyrin. Ferrous ions are
known for the production of reactive oxygen species through Fenton reactions in the system
and, therefore, the induction of breaks in DNA [29]. Skyrin exhibited DNA-protective
effects in a concentration-dependent manner with no damaging effects of ferrous ions
observed in the skyrin-containing samples. Similar results were obtained for a structurally
similar metabolite, emodin [9]. Since skyrin was able to protect DNA, we further investi-
gated the potential mechanism of its action using a series of spectrophotometric methods.
However, skyrin did not show strong antioxidant effects in our experiments since it was
not able to either scavenge DPPH?® radicals or donate electrons effectively. The chelating
activity of skyrin toward transition metal ions was also weak. These results are in contrast
with the findings of [30], since they described some antioxidant skyrin activity, namely
its ability to scavenge galvinoxyl and hydroxyl radicals, using UV-Vis spectrophotometry
and chemiluminescence measurement, respectively. However, in this study a different
source of skyrin was used that may have also affected its antioxidant capacity. The radical
scavenging activity of mycelial methanol and a water extract solutions prepared from
Ophiocordyceps formosana was confirmed by [31] using DPPH® radical scavenging assay.
The individual components of the extracts were further analyzed by HRMS, with skyrin
being identified as one of them. Since these extracts also contained other compounds, the
antioxidant potential cannot be attributed solely to skyrin. Similar results to ours were
obtained using emodin [9], whereas emodin in analogous concentrations (100 uM and
lower) also did not demonstrate antioxidant effects. Since from a chemical perspective
skyrin is formed by two molecules of emodin shown to bind/interact with DNA [32,33],
we believe that a similar principle might account for the DNA-protective ability of skyrin
against the effects of ferrous ions.

Next, the cytotoxic and genotoxic potential of skyrin directly in eukaryotic cells was
investigated. The determination of skyrin cytotoxicity was carried out using the trypan
blue exclusion test in human lymphocytes and MTT assay in HepG2 cells. Regarding
cytotoxicity in non-cancerous cells, skyrin did not show such effects. Since the percentage
of lymphocyte viability for all tested concentrations of skyrin remained over 90%, we
proceeded to use this concentration range in the comet assay, as well. The cytotoxic effects
of skyrin were also investigated using several non-cancerous mammalian cell lines (L929
mouse cell line and BHK(21)C13 hamster cell line). Extracts from Aschersonia samoensis
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containing skyrin showed cytotoxic effects in higher concentrations (ID50 = 284.2 4- 26 mM
for L929 cells; ID50 = 92.9 4+ 9.5 mM for BHK(21)C13 cells) [34]. However, no significant
decrease in metabolite activity after 0.5 and 10 uM skyrin treatment (48 h) was detected
using CCD-19Co and CCD-1072Sk colon tissue cell lines [35]. On the other hand, skyrin
was able to reduce HepG2 cells viability by approximately 80% at higher concentrations
(50-100 uM) in our experiments. These results were observed for all three treatment
schedules; therefore, due to their significant cytotoxic effects, the higher concentrations
were excluded from the other experiments. The cytotoxicity of skyrin was also detected
using a NCI60/ATCC panel of human cancer cell lines, with MIA-PaCa-2 being the most
sensitive (IC50 = 50 £ 2.6 uM) after 48 h treatment [36]. Moreover, HL-60 promyelotic cells
derived from human leukemia also showed a sensitivity to skyrin ((IC50 = 74 uM) [37].
Using a growth inhibition assay, IC50 values for skyrin treatment (72 h) were estimated
when using different cancerous cell lines, namely Calu-1 (IC50 = 26.6 &+ 4.6 uM), HeLa
(IC50 =21 £ 6.5 uM), and K562 cells (IC50 = 50.7 = 9.3 uM) [38]. In addition, a significant
decrease in metabolite activity was also detected in HCT116 and HT-29 cancer cell lines
after incubation with skyrin. Furthermore, the effects were more prominent after long
exposures of cells to skyrin (48 h). Additionally, these concentrations resulted in a 25%
decrease in metabolite activity and were 17.6 = 1.5 uM and 29.4 + 2.1 uM for HCT116 and
HT-29, respectively [35]. The cytotoxic effects of skyrin on HepG2 cells were also described
by [34], using concentrations (ID50 = 56.6 £ 25.4 uM) equivalent to ours.

The comet assay is a simple yet effective method for monitoring the occurrence of
primary DNA damage in different cell types, including human lymphocytes, isolated from
peripheral blood. In this case, no effects of skyrin producing DNA breaks were observed in
our study. Interestingly, emodin showed an increase in DNA damage in a concentration-
dependent manner before and after irradiation with visible light [9]. The DNA-damaging
effects of hypericin, a potential product of skyrin biosynthetic transformation [16], were
also analyzed [8]. Before photoactivation, hypericin did not cause increases in primary
DNA damage similar to those of skyrin. Concentration-dependent elevations of DNA
damage were observed only after the irradiation of hypericin with visible light.

Since skyrin did not show genotoxic potential in non-cancerous cells, we decided to
investigate its effects on tumorous HepG2 cells. Skyrin was not able to induce primary
DNA damage above 15% in any of the treatment periods (2448 h). Although the 5 uM
concentration of skyrin after the longer exposure period (48 h) was evaluated as statistically
significant compared to the negative control, this increase in DNA damage could not be
considered clinically significant. DNA fragmentation of cancer cells by skyrin was also
investigated using the HL-60 cell line, with electrophoretic analysis of DNA fragments
stained by ethidium bromide used to establish the minimal effective dose (37.14 uM) after
a 24 h treatment [37]. These results indicate diverse susceptibility of cancer cells to skyrin
regarding the induction of DNA damage.

The DNA-protective effects of skyrin using plasmid DNA might also indicate its
potential ability to protect DNA in cell systems. For the verification of this hypothesis, a
comet assay in the presence of hydrogen peroxide and skyrin was performed. Cells were
pretreated with different concentrations of skyrin, with hydrogen peroxide added as a
damaging agent after the washing step. In the case of human lymphocytes, skyrin was
able to significantly reduce primary DNA damage in these samples. The most prominent
decrease in DNA damage was observed with a 100 uM concentration of skyrin. Two
possible explanations can be proposed for these results. Firstly, skyrin in higher concen-
trations may possess DNA-protective effects that were also observed in plasmid DNA by
a DNA-topology assay. Another reason for the reduction in DNA damage in skyrin and
hydrogen peroxide-treated human lymphocytes might be an elevated cytotoxic effect that
potentially overlaps the genotoxicity established by the comet assay. Experiments regarding
the possible cytotoxic effects of skyrin with hydrogen peroxide (440 uM) were performed.
Cell viability in 100 uM skyrin samples (approximately 78 & 6.2%) showed mild decreases
compared to a negative control (data not shown). However, the value of viable cells did
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not show a decrease sufficient to cover genotoxicity. Meanwhile, the difference in HepG2
cells treated only with hydrogen peroxide (positive control) and HepG2 cells pre-treated
with skyrin and subsequently challenged with hydrogen peroxide was not as prominent as
in human lymphocytes.

4. Materials and Methods
4.1. Tested Compound

Skyrin (SK), chemically C390H;3019, was purchased from Sigma Aldrich (St. Louis, MO,
USA). The tested agent was dissolved in pure dimethyl sulfoxide (DMSO, purchased from
Serva, Heidelberg, Germany) to prepare a stock solution (1 mg/mL). Tested concentrations
were prepared from the stock solutions by diluting them in distilled water (for cell-free
methods), phosphate buffer solution (PBS, for methods using lymphocytes), or Dulbecco’s
Modified Eagle’s Medium (DMEM, for methods using HepG2 cells).

4.2. DNA-Topology Assay

The electrophoretic monitoring of topological changes in the plasmid DNA (pBR322,
New England BioLabs, Ipswich, MA, USA) induced by FeSO, x 7H,0O (Lachema, Brno,
Czech republic) was used to detect the DNA-damaging and DNA-protective potential of
skyrin, as [39,40] described in detail. In brief, the reaction mixture (final volume of 10 pL)
consisted of plasmid DNA (200 ng) and either 1 mM FeSO,4 x 7H,O alone (positive control)
or tested concentrations of skyrin (0.0001-100 uM) alone, or combinations of skyrin with
1 mM FeSO4 x 7H;0. 0.1 M phosphate buffer (1 M KH,POy, 1 M K,HPOy, both purchased
from Sigma Aldrich, St. Louis, MO, USA; pH 7.4) was added to all samples and they were
incubated 50 min in the dark at room temperature. An analysis of changes in the DNA
topology caused by DNA breaks was carried out by gel electrophoresis (in 1% agarose
for 90 min/100 V). The DNA was stained with GelRed dye (1 mg/mL, Sigma Aldrich,
St. Louis, MO, USA) and visualized by UV illumination (UV Transilluminator MiniBISPro,
DNR Bio Imaging Systems Ltd., Neve Yamin, Israel). Increases in DNA strand breakage
were assayed by measuring the conversion of supercoiled DNA, form III, to relaxed circular
(I) and linear forms (II). Densitometric quantification of plasmid topology forms (%) was
carried out in the Image] 1.53c program (Wayne Rasband, National Institute of Health,
Kensington, MD, USA).

4.3. Reducing Power Assay

The reducing capacities of the skyrin were determined according to [41]. In this
assay, the yellow color of the test solution is changed to various shades of green and blue,
depending on the reducing power of the studied compound. The presence of reducing
agents (antioxidants) induces the conversion of the Fe* /ferricyanide complex into ferrous
forms. In brief, different concentrations (0.0001-100 pM) of skyrin and gallic acid (used as
a positive control, Sigma Aldrich, St. Louis, MO, USA) (200 uL) were mixed with 500 pL of
a phosphate buffer (0.2 M, pH 6.6) and 500 puL of potassium ferricyanide K3[Fe(CN)g] (1%,
Lachema, Czech republic). The mixtures were incubated at 50 °C for 20 min. Trichloroacetic
acid (500 uL, 10%, Avondale Laboratories, Oxfordshire, UK) was added to each sample
and centrifuged at 600x g (MiniSpin® Centrifuge Eppendorf, Hamburg, Germany) for
10 min. Finally, the upper layer of supernatant (500 pL) was mixed with 500 pL of distilled
water and 100 pL of FeCls (0.1%, Reanal, Budapest, Hungary), and the absorbances were
measured at 700 nm (GENESYS 10 Bio, Spectronic, Thermo Fisher Scientific, Waltham, MA,
USA). The higher absorbance of the reaction mixture indicates the higher reducing power
of the tested compound.

4.4. DPPH® Radical Scavenging Activity

Different concentrations of skyrin were investigated for potential radical scavenging
activity using a modified DPPH® assay [42]. DPPH® (1,1-diphenyl-2-picrylhydrazyl) is
a stable free radical. At the radical state, the methanolic solution of this compound is
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dark purple (absorbs light at a wavelength of 517 nm). When DPPH® reacts with an
antioxidant, by providing hydrogen atoms or by electron donation, it is reduced to the
molecular form with a yellow color. In brief, a methanol solution of a DPPH® radical (Sigma
Aldrich, St. Louis, MO, USA) with a concentration of 0.1 mM (950 uL) was added to 50 pL
of various concentrations of skyrin or gallic acid (Sigma Aldrich, St. Louis, MO, USA),
used as a positive control. The experiments were carried out at room temperature. The
samples were incubated 30 min in the dark, and a decrease in absorbance at 517 nm was
afterward measured using a spectrophotometer (GENESYS 10 Bio, Spectronic, Thermo
Fisher Scientific, Waltham, MA, USA). The DPPH® scavenging activities of skyrin and
gallic acid were then expressed as percentages of DPPH® scavenging activity using the
following formula:

scavenging of DPPH® radicals (%) = [(Acontrol — Asample)/ Acontrol] % 100

where A oniro1 is the absorbance of the control reaction, containing all reagents except the
tested compounds, and Agample is the absorbance of tested compounds. Pure methanol
(CentralChem, Bratislava, Slovakia) was used as a blank.

4.5. Fe**-Chelating Activity Assay

The chelating activity of skyrin, as one of the possible mechanisms of DNA-protectivity,
was estimated. The potential antioxidants are able chelate the transition metals and, in this
manner, prevent the decomposition of the hydroperoxide and Fenton-type reactions. If
the tested compound possesses antioxidant activity, it may chelate the ferrous ions from
the ferrous chloride in the samples. The remaining ferrous ions form ferrous—ferrozine
complexes. The intensity of this ferrous—ferrozine complex formation depends on the
chelating capacity of the compound and results in a reduction in color. The chelating
activity of skyrin toward ferrous ions was conducted as described previously [43]. Briefly,
50 pL of a 2 mM FeCl, solution (Slavus, Bratislava, Slovakia) was added to aliquots of
100 uL of skyrin solution and 900 uL of distilled water. The reaction was initiated by adding
200 pL of 5 mM ferrozine solution (Sigma Aldrich, St. Louis, MO, USA) to the samples.
After incubation (10 min) in the dark at room temperature an absorbance at 562 nm was
measured (GENESYS 10 Bio, Spectronic, Thermo Fisher Scientific, Waltham, MA, USA).
A reaction mixture containing 100 puL of solvent (distilled water) instead of the sample
solution served as a negative control. The chelating activity of the samples was calculated
according to the following formula:

inhibition of ferrous-ferrozine complex formation (%) = [(Acontrol — Asample)/ Acontrol] X 100

where A gniro1 is the absorbance of the control reaction, containing all reagents except the
tested compounds, and Agample is the absorbance of the tested compounds. Distilled water
was used as a blank.

4.6. Trypan Blue Exclusion Test

The dye exclusion test was used to determine the number of viable human lympho-
cytes present in a sample after treatment and, thus, to identify the potential cytotoxic effect
of the tested metabolite. This method is based on the fact that live cells possess intact
cell membranes that exclude certain dyes, such as trypan blue, whereas dead cells do
not and, therefore, remain stained. The cell viability evaluation was performed accord-
ing to [44] with several modifications. The human lymphocytes were isolated using the
finger prick method. Cells were separated from the blood sample using the Histopaque
gradient medium (Sigma Aldrich, St. Louis, MO, USA) and a buffy coat was used for
the next procedure. After isolation, the cells were treated with skyrin (total volume of
sample was 1 mL) for 1 h at 25 °C. Negative control samples remained untreated and left in
fresh PBS (137 mM NaCl (CentralChem, Bratislava, Slovakia), 2.7 mM KClI (Sigma Aldrich,
St. Louis, MO, USA), 8 mM Nay,HPOy, 2 mM KHPOy (both purchased from CentralChem,
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Bratislava, Slovakia); pH 7.4) for 1 h at 25 °C. After the treatment phase, a washing step
using PBS was performed, and the cell suspension was mixed with trypan blue dye (Slavus,
Bratislava, Slovakia) (0.4% solution in PBS, pH 7.2 to 7.3) in a 4:1 ratio. Cells were incubated
with the dye for 2 min and counted with a hemocytometer at a magnification of 100x. The
percentage of viable cells was calculated according to the following formula.

percentage of viable cells = (number of viable cells/number of total cells) x 100

4.7. Cell Culture

The HepG2 malignant cell line (human hepatocellular carcinoma cells) was a generous
gift from Prof. Peter Eckl (University of Salzburg, Salzburg, Austria). The cells were
cultured in DMEM medium supplemented with 10% fetal bovine serum and antibiotics
(penicillin 200 U/mL, streptomycin 100 ng/mL). The cells were cultured on plastic Petri
dishes and plates at 37 °C in a humidified atmosphere of 5% CO,. All chemicals were
purchased from Gibco Invitrogen (Waltham, MA, USA).

4.8. MTT Assay

HepG2 cells were seeded into the series of 96-well plates at a density of 2 x 10*/well,
and cultured in a DMEM medium. The exponentially growing cells were then pre-incubated
in the presence of skyrin (0.1-100 uM) or without compound (control) for 24-48 h and used
for testing the cytotoxicity by the MTT assay according to [45]. The MTT test is a colorimetric
method for measuring the activity of mitochondrial reductases that transform yellow
MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphentltetrazolium bromide) to purple insoluble
formazan. This reduction occurs only when reductase enzymes are active; therefore,
the level of conversion is often used as a measure of viable cells. In our experiments,
we incubated the properly treated HepG2 cells in 50 uL of MTT solution (1 mg/mL,
Sigma Aldrich, St. Louis, MO, USA) and 100 uL of DMEM medium (Gibco Invitrogen,
Waltham, MA, USA) for 4 h at 37 °C. For each sample, at least six wells were used. Then,
the MTT solution was removed, 100 uL of DMSO (Serva, Heidelberg, Germany) was
added to each well, and the plates were placed on an orbital shaker for 15-20 min to
completely dissolve the formazan crystals. Absorbance at 540 nm was measured using an
xMarkTM microplate spectrophotometer (Bio-Rad Laboratories, Inc., Hercules, CA, USA)
and background absorbance at 690 nm was subtracted. The viability of the HepG2 cells
was calculated using the following formula.

percentage of viable cells = (Areated oells / Acontrol cells) % 100

4.9. Comet Assay Using Human Lymphocytes

The comet assay was performed according to [46] with modifications described by [10].
The human lymphocytes were isolated from the peripheral blood using the Histopaque gra-
dient medium (Sigma Aldrich, St. Louis, MO, USA), and the cells were resuspended
in 1% low melting point agarose (Roth, Karlsruhe, Germany) in PBS (137 mM NaCl
(CentralChem, Bratislava, Slovakia), 2.7 mM KCI Sigma Aldrich (St. Louis, MO, USA),
8 mM Na,HPOy4, 2 mM KH, POy (both purchased from CentralChem, Bratislava, Slovakia);
pH 7.4). A volume of 120 puL of the cell suspension was layered onto 1% normal melting
point agarose (Roth, Karlsruhe, Germany) pre-coated slides. Subsequently, cover slips
were placed on the slides to ensure even spreading. After gel solidification, the cells were
treated with different concentrations of skyrin (0.01-100 uM) for 1 h at 25 °C. Samples
treated with 440 uM hydrogen peroxide (Sigma Aldrich, St. Louis, MO, USA) were used as
a positive control (5 min). For negative control, the cells were left untreated in fresh PBS
for 1 h at 25 °C. For the investigation of DNA-protective effects, samples were pre-treated
with skyrin (1 h), and after the washing step, they were challenged with 440 uM hydrogen
peroxide (5 min). The cells were lysed by immersing the slides in a lysis solution (2.5 M
NaCl (CentralChem, Bratislava, Slovakia), 100 mM Nay;EDTA, 10 mM Tris-HCI and 1%
Triton X-100 (all three from Sigma Aldrich, St. Louis, MO, USA); pH 10) at 4 °C for 1 h.
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After lysis, the slides were transferred into an electrophoretic chamber containing a fresh
alkaline electrophoretic solution (300 mM NaOH, 1 mM NayEDTA, both purchased from
Sigma Aldrich, St. Louis, MO, USA; pH > 13) and left for 15 min at 4 °C to allow the DNA
to unwind. The electrophoresis was launched for 30 min at 4 °C at 25 V and 260-320 mA.
The slides were neutralized by washing in PBS (5 min) and dH;O (5 min). Subsequently,
the samples were stained with ethidium bromide dye (20 ng/mL, Sigma Aldrich, St. Louis,
MO, USA). Using a fluorescence microscope (OLYMPUS BX 51) and green excitation filter
UMWIGS3, 100 random nucleoids in each sample were scored at magnification 400 x. Each
comet was scored from 0 to 4 (0 = undamaged, 4 = >80% DNA in the tail) depending on the
relative intensity of DNA fluorescence in the comet tail, and the final percentage of DNA
damage was calculated from the total score for each sample.

4.10. Comet Assay Using HepG2 Cell Line

For the assessment of DNA-damaging by skyrin, a concentration range of 0.1-25 uM
was selected for the 2448 h treatment of HepG2 cells (their viability was above 70%).
In the case of the DNA-protective effects of skyrin, 5 min post-treatment with H,O, was
applied. Comet assay was performed according to [47,48] with minor adjustments. In brief,
microscopic slides were coated with 1% normal melting point agarose (Roth, Karlsruhe,
Germany) at least 24 h prior to the experiments. The tested HepG2 cells (untreated or
treated with skyrin) at a density of 3 x 10% cells/50 puL of 0.75% low melting point agarose
(Gibco Invitrogen, Waltham, MA, USA) in PBS were placed on pre-coated microscopic
slides and covered with a cover slip. After the solidification of the gels (15 min), the cover
slips were removed and the slides were placed in a lysis mixture (2.5 M NaCl (CentralChem,
Bratislava, Slovakia), 100 mM NayEDTA, 10 mM Tris, 1% Triton X-100 (all three from Sigma
Aldrich, St. Louis, MO, USA); pH 10) for 1 h at 4 °C. Samples were consequently transferred
to an electrophoresis solution (300 mM NaOH, 1 mM Na,EDTA, both purchased from
Sigma Aldrich (St. Louis, MO, USA); pH > 13) for unwinding (40 min) at 4 °C and were
then subjected to electrophoresis at 25 V (current adjusted to 0.3 A) for 30 min at 4 °C.
Finally, the slides were twice neutralized with 400 mM Tris-HCI (pH 7.5, Serva, Heidel-
berg, Germany) for 10 min and stained with ethidium bromide (5 ug/mL, Sigma Aldrich,
St. Louis, MO, USA). For the evaluation of DNA damage as a percentage of DNA in the tail
of the comets, at least 100 ethidium bromide-stained nucleoids were scored for each slide
with a Zeiss fluorescent microscope and automated computerized image analysis Metafer
3.6 system (MetaSystems GmbH, Altlussheim, Germany).

4.11. Statistical Analysis

The data obtained were analyzed using Statgraphics Centurion XV v. 15.2.05 (StatPoint,
Inc., Warrenton, VA, USA) and Excel (Microsoft Office 2007). The treatment effects of
skyrin were analyzed by ANOVA single-step multiple comparisons of means using LSD
tests, and comparisons between the mean values were considered significant at p < 0.05.
All experimental data in this work are from at least three independent experiments.

5. Conclusions

Our findings indicate that skyrin may possibly protect the DNA of non-cancerous cells
more effectively than the DNA of tumor cells. Such an effect of skyrin may be potentially
applicable in cancer therapy. To the best of our knowledge, this is the first study aimed at
the potential protective effects of skyrin in a cellular system. Therefore, further research
regarding the mechanism of skyrin action in cells is needed.

Author Contributions: Conceptualization, T.Z., E.H. and E.G.; methodology, T.Z. and E.H.; vali-
dation, T.Z., SK. and A.S.; formal analysis, T.Z. and S.K; investigation, T.Z., E.H., ES. and ET;
resources, E.H. and E.G.; data curation, T.Z., EH.,SK. and E.S.; writing—original draft preparation,
T.Z. and S.K.; writing—review and editing, E.H., A.S. and E.G,; visualization, T.Z.; supervision, E.H.
and E.G.; project administration, E.H. and E.G.; funding acquisition, E.G. All authors have read and
agreed to the published version of the manuscript.



Int. J. Mol. Sci. 2022, 23, 5339 17 of 19

Funding: This research was funded by Slovak Research and Development Agency, grant number
APVV-18-0125 and Ministry of Education, Science, Research and Sport of the Slovak Republic, grant
number VEGA 1/0460/21.

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Acknowledgments: We thank Andrej Boha¢ (Department of Organic Chemistry, Faculty of Natural
Sciences, Comenius University in Bratislava) for his chemical expertise and elucidation of our results
and Dusan Zorkécy and Kevin Slavin for English language revision.

Conflicts of Interest: The authors declare no conflict of interest.

References

1. Spinella, M. The importance of pharmacological synergy in psychoactive herbal medicines. (Herbal Synergy Review). Altern.
Med. Rev. 2002, 7, 130-137. [PubMed]

2. Stintar, L.P; Akkol, E.K,; Yilmazer, D.; Baykal, T.; Kirmizibekmez, H.; Alper, M.; Yesilada, E. Investigations on the in vivo wound
healing potential of Hypericum perforatum L. |. Ethnopharmacol. 2010, 127, 468-477. [CrossRef] [PubMed]

3. Giveng, E.; Kiyan, S.; Uyanikgil, Y.; Cetin, EO,; Karabey, F; Cavusoglu, T.; Gokge, B. The healing effects of Hyperium per-foratum
(St. John’s Wort) on experimental alkaline corrosive eosephageal and stomach burns. Ulus Travma Acil Cerrahi Derg 2020, 26,
373-383. [PubMed]

4. Cayci, M.K,; Dayioglu, H. Hypericum perforatum extracts healed gastric lesions induced by hypothermic restraint stress in
Wistar rats. Saudi Med. ]. 2009, 30, 750-754.

5. Melzer, |J.; Brignoli, R.; Keck, M.E.; Saller, R. A Hypericum extract in the treatment of depressive symptoms in outpatients: An
open study. Forsch Komplementmed 2010, 17, 7-14. [CrossRef]

6.  Mullaicharam, A.; Halligudi, N. St John’s wort (Hypericum perforatum L.): A Review of its Chemistry, Pharmacology and Clinical
properties. Int. |. Res. Phytochem. Pharmacol. Sci. 2018, 1, 5-11. [CrossRef]

7. Miadokova, E.; Chalupa, L; Vlckova, V.; Sevcovicova, A.; Nadova, S.; Kopaskova, M.; Hercegova, A.; Gasperova, P.; Alfoldiova,
L.; Komjatiova, M.; et al. Genotoxicity and antigenotoxicity evaluation of non-photoactivated hypericin. Phytotherapy Res. 2010,
24,90-95. [CrossRef]

8. Feruszova, J.; Imreova, P.; Bodnarova, K.; Sevéovitova, A.; Kyzek, S.; Chalupa, I.; Galov4, E.; Miadokovad, E. Photoactivated
hypericin is not genotoxic. Gen. Physiol. Biophys. 2016, 35, 223-230. [CrossRef]

9.  Sevcovicova, A.; Bodnarova, K.; Loderer, D.; Imreova, P.; Galova, E.; Miadokova, E. Dual activities of emodin-DNA protec-tivity
vs mutagenicity. Neuro. Endocrinol. Lett. 2014, 35, 149-154.

10. Imreova, P; Feruszova, J.; Kyzek, S.; Bodnarova, K.; Zduriencikova, M.; Kozics, K.; Mucaji, P.; Galova, E.; Sevcovicova, A.;
Miadokova, E.; et al. Hyperforin Exhibits Antigenotoxic Activity on Human and Bacterial Cells. Molecules 2017, 22, 167. [CrossRef]

11. Sevcovitova, A.; Semelakova, M.; Plsikova, J.; Loderer, D.; Imreova, P.; Galova, E.; Kozurkova, M.; Miadokov4, E.; Fedorocko, P.
DNA-protective activities of hyperforin and aristoforin. Toxicol. Vitr. 2015, 29, 631-637. [CrossRef] [PubMed]

12. Dong, X.; Zeng, Y.; Zhang, Z.; Fu, J.; You, L.; He, Y.; Hao, Y.; Gu, Z,; Yu, Z.; Qu, C,; et al. Hypericin-mediated photodynamic
therapy for the treatment of cancer: A review. J. Pharm. Pharmacol. 2021, 73, 425-436. [CrossRef] [PubMed]

13. JendZzelovska, Z.; JendZelovsky, R.; Kucharova, B.; Fedorocko, P. Hypericin in the Light and in the Dark: Two Sides of the Same
Coin. Front. Plant. Sci. 2016, 7, 560. [CrossRef] [PubMed]

14.  Majernik, M.; JendZelovsky, R.; Fedorocko, P. Potentiality, Limitations, and Consequences of Different Experimental Models
to Improve Photodynamic Therapy for Cancer Treatment in Relation to Antiangiogenic Mechanism. Cancers 2020, 12, 2118.
[CrossRef] [PubMed]

15. Jendzelovsky, R.; JendZelovska, Z.; Kucharovéd, B.; Fedorocko, P. Breast cancer resistance protein is the enemy of hypericin
accumulation and toxicity of hypericin-mediated photodynamic therapy. Biomed. Pharmacother. 2019, 109, 2173-2181. [CrossRef]

16. Kimakova, K.; Kimakova, A.; Idkowiak, J.; Stobiecki, M.; Rodziewicz, P.; Marczak, t.; Cellarova, E. Phenotyping the genus
Hypericum by secondary metabolite profiling: Emodin vs. skyrin, two possible key intermediates in hypericin biosynthesis. Anal.
Bioanal. Chem. 2018, 410, 7689-7699. [CrossRef]

17.  Revuruy, B.; Balintova, M.; Henzelyova, J.; Cellarova, E.; Kusari, S. MALDI-HRMS imaging maps the localization of skyrin, the
precursor of hypericin, and pathway intermediates in leaves of Hypericum species. Molecules 2020, 25, 3964. [CrossRef]

18. Izhaki, I. Emodin—A secondary metabolite with multiple ecological functions in higher plants. New Phytol. 2002, 155, 205-217.
[CrossRef]

19. Jahn, L.; Schafhauser, T.; Wibberg, D.R.; Winkler, A.; Kulik, A.; Weber, A.; Flor, L.; van Pée, K.H.; Kalinowski, J.; Ludwig, M.; et al.

Linking secondary metabolites to biosynthesis genes in the fungal endophyte Cyanodermella Asteris: The an-ti-cancer
bisantraquinone skyrin. J. Biotechnol. 2017, 10, 233-239. [CrossRef]


http://www.ncbi.nlm.nih.gov/pubmed/11991792
http://doi.org/10.1016/j.jep.2009.10.011
http://www.ncbi.nlm.nih.gov/pubmed/19833187
http://www.ncbi.nlm.nih.gov/pubmed/32436985
http://doi.org/10.1159/000277628
http://doi.org/10.33974/ijrpps.v1i1.7
http://doi.org/10.1002/ptr.2901
http://doi.org/10.4149/gpb_2015045
http://doi.org/10.3390/molecules22010167
http://doi.org/10.1016/j.tiv.2015.01.016
http://www.ncbi.nlm.nih.gov/pubmed/25678043
http://doi.org/10.1093/jpp/rgaa018
http://www.ncbi.nlm.nih.gov/pubmed/33793828
http://doi.org/10.3389/fpls.2016.00560
http://www.ncbi.nlm.nih.gov/pubmed/27200034
http://doi.org/10.3390/cancers12082118
http://www.ncbi.nlm.nih.gov/pubmed/32751731
http://doi.org/10.1016/j.biopha.2018.11.084
http://doi.org/10.1007/s00216-018-1384-0
http://doi.org/10.3390/molecules25173964
http://doi.org/10.1046/j.1469-8137.2002.00459.x
http://doi.org/10.1016/j.jbiotec.2017.06.410

Int. J. Mol. Sci. 2022, 23, 5339 18 of 19

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.
39.

40.

41.

42.

43.

44.
45.

Foster, E.J.; Jones, R.B.; Lavigueur, C.; Williams, V.E. Structural Factors Controlling the Self-Assembly of Columnar Liquid
Crystals. . Am. Chem. Soc. 2006, 128, 8569-8574. [CrossRef]

Wang, C.; Jin, Q.; Yang, S.; Zhang, D.; Wang, Q.; Li, J.; Song, S.; Sun, Z.; Ni, Y.; Zhang, J.; et al. Synthesis and Evaluation of
1311-Skyrin as a Necrosis Avid Agent for Potential Targeted Radionuclide Therapy of Solid Tumors. Mol. Pharm. 2016, 13, 180-189.
[CrossRef] [PubMed]

Parker, ].C.; McPherson, R.K.; Andrews, K.M.; Levy, C.B.; Dubins, ].S.; Chin, J.E.; Perry, P.V,; Hulin, B.; Perry, D.A ; Inagaki, T.; et al.
Effects of skyrin, a receptor-selective glucagon antagonist, in rat and human hepatocytes. Diabetes 2000, 49, 2079-2086. [CrossRef]
[PubMed]

Hoiby, N.; Bjarnsholt, T.; Givskov, M.; Molin, S.; Ciofu, O. Antibiotic resistance of bacterial biofilms. Int. . Antimicrob. Agents
2010, 35, 322-332. [CrossRef] [PubMed]

Bara, R.; Aly, A.H.; Pretsch, A.; Wray, V.; Wang, B.-G.; Proksch, P.; Debbab, A. Antibiotically active metabolites from Talaromyces
wortmannii, an endophyte of Aloe vera. J. Antibiot. 2013, 66, 491-493. [CrossRef]

Nirma, C.; Eparvier, V.; Stien, D. Reactivation of antibiosis in the entomogenous fungus Chrysoporthe sp. SNB-CN74. |. Antibiot.
2015, 68, 586-590. [CrossRef]

Thappeta, K.R.V,; Zhao, L.N.; Nge, C.E; Crasta, S.; Leong, C.Y.; Ng, V.; Kanagasundaram, Y.; Fan, H.; Ng, S.B. In-silico identified
new natural sortase A inhibitors disrupt S. aureus biofilm formation. Int. . Mol. Sci. 2020, 21, 8601. [CrossRef]

Noell, S.; Strauss, W.S,; Tatagiba, M.S.; Mayer, D.; Ritz, R. Selective enrichment of hypericin in malignant glioma: Pioneering
in vivo results. Int. J. Oncol. 2011, 38, 1343-1348. [CrossRef]

Xia, S.; Ni, Y,; Zhou, Q.; Xiang, H.; Sui, H.; Shang, D. Emodin attenuates severe acute pancreatitis via antioxidant and anti-
inflammatory activity. Inflammation 2019, 42, 2129-2138. [CrossRef]

Lloyd, D.R,; Phillips, D.H. Oxidative DNA damage mediated by copper(Il), iron(II) and nickel(II) Fenton reactions: Evidence
for site-specific mechanisms in the formation of double-strand breaks, 8-hydroxydeoxyguanosine and putative intrastrand
cross-links. Mutat. Res. 1999, 424, 23-36. [CrossRef]

Vargas, F; Rivas, C.; Zoltan, T.; Lépez, V.; Ortega, J.; Izzo, C.; Pineda, M.; Medina, J.; Medina, E.; Rosales, L. Antioxidant and
scavenging activity of skyrin on free radical and some reactive oxygen species. Av en Quimica 2008, 3, 7-14.

Li, Y.-M.; Cheng, W.-M.; Da, Z.-F; Hu, F; Li, C.-R. Analysis of radical scavenging active components in the fermented mycelia of
Ophiocordyceps formosana. Mycology 2017, 8, 276-285. [CrossRef]

Bi, S.; Zhang, H.; Qiao, C.; Sun, Y,; Liu, C. Studies of interaction of emodin and DNA in the presence of ethidium bromide by
spectroscopic method. Spectrochim. Acta A Mol. Biomol. Spectrosc. 2008, 69, 123-129. [CrossRef] [PubMed]

Saito, S.T.; Silva, G.; Pungartnik, C.; Brendel, M. Study of DNA-emodin interaction by FTIR and UV-vis spectroscopy. . Photochem.
Photobiol. B 2012, 111, 59-63. [CrossRef]

Watts, P; Kittakoop, P.; Veeranondha, S.; Wanasith, S.; Thongwichian, R.; Saisaha, P; Intamas, S.; Hywel-Jones, N.L. Cyto-toxicity
against insect cells of entomopathogenic fungi of the genera Hypocrella (anamorph Aschersonia): Possible agents for biological
control. Mycol. Res. 2003, 107, 581-586. [CrossRef] [PubMed]

Babincak, M.; JendZelovsky, R.; Kosuth, J.; Majernik, M.; Vargova, ].; Mikulasek, K.; Zdrahal, Z.; Fedorocko, P. Death Receptor 5
(TNFRSF10B) Is Upregulated and TRAIL Resistance Is Reversed in Hypoxia and Normoxia in Colorectal Cancer Cell Lines after
Treatment with Skyrin, the Active Metabolite of Hypericum spp. Cancers 2021, 13, 1646. [CrossRef] [PubMed]

Koul, M.; Meena, S.; Kumar, A.; Sharma, PR.; Singamaneni, V,; Riyaz-Ul-Hassan, S.; Hamid, A.; Chaubey, A.; Prabhakar, A.;
Gupta, P; et al. Secondary Metabolites from Endophytic Fungus Penicillium pinophilum Induce ROS-Mediated Apoptosis
through Mitochondrial Pathway in Pancreatic Cancer Cells. Planta Medica 2016, 82, 344-355. [CrossRef]

Ueno, Y.; Umemori, K.; Niimi, E.-C.; Tanuma, S.-I.; Nagata, S.; Sugamata, M.; Ihara, T.; Sekijima, M.; Kawai, K.-I.; Ueno, L; et al.
Induction of apoptosis by T-2 toxin and other natural toxins in HL-60 human promyelotic leukemia cells. Nat. Toxins 1995, 3,
129-137. [CrossRef]

Lin, L.C.; Chou, CJ.; Kuo, Y.C. Cytotoxic principles from Ventilago leiocarpa. J. Nat. Prod. 2001, 64, 674-676. [CrossRef]

Cipék, L.; Miadokov4, E.; Dingova, H.; Kogan, G.; Novotny, L.; Rauko, P. Comparative DNA protectivity and antimutagen-icity
studies using DNA-topology and Ames assays. Toxicol. Vitr. 2001, 15, 677-681.

Horvathova, E.; Mastihubova, M.; Potocka, E.K.; Kis, P; Galova, E.; Sevcovicova, A.; Klapakova, M.; Hunakova, L.; Mastihuba, V.
Comparative study of relationship between structure of phenylethanoid glycopyranosides and their activities using cell-free
assays and human cells cultured in vitro. Toxicol. Vitr. 2019, 61, 104646. [CrossRef]

Horvathova, E.; Kozics, K.; Srantikova, A.; Hunakova, L.; Galova, E.; Sevovitova, A.; Slameriovd, D. Borneol administration
protects primary rat hepatocytes against exogenous oxidative DNA damage. Mutagenesis 2012, 27, 581-588. [CrossRef] [PubMed]
Locatelli, M.; Gindro, R.; Travaglia, F.; Coisson, ].D.; Rinaldi, M.; Arlorio, M. Study of the DPPH-scavenging activity: Devel-
opment of a free software for the correct interpretation of data. Food Chem. 2009, 114, 889-897. [CrossRef]

Raji¢, Z.; Kon¢i¢, M.; Miloloza, K.; Perkovi¢, L; Butula, I.; Bucar, E; Zorc, B. Primaquine-NSAID twin drugs: Synthesis, radical
scavenging, antioxidant and Fe2+ chelating activity. Acta Pharm. 2010, 60, 325-337. [CrossRef] [PubMed]

Strober, W. Trypan Blue Exclusion Test of Cell Viability. Curr. Protoc. Immunol. 2015, 111, A3.B.1-A3.B.3. [CrossRef] [PubMed]
Melusova, M.; Slamenova, D.; Kozics, K.; Jantova, S.; Horvathova, E. Carvacrol and rosemary essential oil manifest cytotoxic,
DNA-protective and pro-apoptotic effect having no effect on DNA repair. Neoplasma 2014, 61, 690-699. [CrossRef] [PubMed]


http://doi.org/10.1021/ja0613198
http://doi.org/10.1021/acs.molpharmaceut.5b00630
http://www.ncbi.nlm.nih.gov/pubmed/26647005
http://doi.org/10.2337/diabetes.49.12.2079
http://www.ncbi.nlm.nih.gov/pubmed/11118010
http://doi.org/10.1016/j.ijantimicag.2009.12.011
http://www.ncbi.nlm.nih.gov/pubmed/20149602
http://doi.org/10.1038/ja.2013.28
http://doi.org/10.1038/ja.2015.36
http://doi.org/10.3390/ijms21228601
http://doi.org/10.3892/ijo.2011.968
http://doi.org/10.1007/s10753-019-01077-z
http://doi.org/10.1016/S0027-5107(99)00005-6
http://doi.org/10.1080/21501203.2017.1383318
http://doi.org/10.1016/j.saa.2007.03.017
http://www.ncbi.nlm.nih.gov/pubmed/17548242
http://doi.org/10.1016/j.jphotobiol.2012.03.012
http://doi.org/10.1017/S0953756203007846
http://www.ncbi.nlm.nih.gov/pubmed/12884955
http://doi.org/10.3390/cancers13071646
http://www.ncbi.nlm.nih.gov/pubmed/33916015
http://doi.org/10.1055/s-0035-1558308
http://doi.org/10.1002/nt.2620030303
http://doi.org/10.1021/np000569d
http://doi.org/10.1016/j.tiv.2019.104646
http://doi.org/10.1093/mutage/ges023
http://www.ncbi.nlm.nih.gov/pubmed/22544524
http://doi.org/10.1016/j.foodchem.2008.10.035
http://doi.org/10.2478/v10007-010-0024-9
http://www.ncbi.nlm.nih.gov/pubmed/21134866
http://doi.org/10.1002/0471142735.ima03bs111
http://www.ncbi.nlm.nih.gov/pubmed/26529666
http://doi.org/10.4149/neo_2014_084
http://www.ncbi.nlm.nih.gov/pubmed/25341996

Int. J. Mol. Sci. 2022, 23, 5339 19 of 19

46.

47.

48.

Collins, A.R; Duginskd, M.; Gedik, C.M.; Stétina, R. Oxidative damage to DNA: Do we have a reliable biomarker? Environ. Health
Perspect. 1996, 104, 465-469. [CrossRef]

Singh, N.P; McCoy, M.T.; Tice, R.R.; Schneider, E.L. A simple technique for quantitation of low levels of DNA damage in
individual cells. Exp. Cell Res. 1988, 175, 184-191. [CrossRef]

Slamenova, D.; Gabelova, A.; Ruzekova, L.; Chalupa, I.; Horvathova, E.; Farkasova, T.; Bozsakyova, E.; Stétina, R. Detection of
MNNG-induced DNA lesions in mammalian cells; validation of comet assay against DNA unwinding technique, alkaline elution
of DNA and chromosomal aberrations. Mutat. Res. 1997, 383, 243-252. [CrossRef]


http://doi.org/10.1289/ehp.96104s3465
http://doi.org/10.1016/0014-4827(88)90265-0
http://doi.org/10.1016/S0921-8777(97)00007-4

	Introduction 
	Results 
	DNA-Damaging and DNA-Protective Effects of Skyrin on Plasmid DNA 
	Antioxidant and Chelating Potential of Skyrin in Cell-Free Methods 
	Cytotoxic and Genotoxic Effects of Skyrin in Human Cells 
	Protective Potential of Skyrin against Hydrogen Peroxide 

	Discussion 
	Materials and Methods 
	Tested Compound 
	DNA-Topology Assay 
	Reducing Power Assay 
	DPPH Radical Scavenging Activity 
	Fe2+-Chelating Activity Assay 
	Trypan Blue Exclusion Test 
	Cell Culture 
	MTT Assay 
	Comet Assay Using Human Lymphocytes 
	Comet Assay Using HepG2 Cell Line 
	Statistical Analysis 

	Conclusions 
	References

