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Abstract: In cultures of primary rat hepatocytes, apoptosis occurred after application of
20 ng/mL tumor necrosis factor alpha (TNF-a)). However, this was only in the presence of
200 ng/mL of the transcriptional inhibitor actinomycin D (ActD). This toxic effect was
completely prevented in the presence of 25 pug/mL soluble TNF-a receptor I (sTNFR 1) in
the supernatant of hepatocyte cell cultures. Apoptosis also occurred after application of
12.5 pmol/L ochratoxin A (OTA). However, that was not prevented by up to 500 pg/mL
sTNFR I, indicating that TNF-o/TNFR I is not involved in OTA mediated apoptosis in
hepatocytes. The antioxidative flavanolignan silibinin in doses from 130 to 260 pmol/L
prevented chromatin condensation, caspase-3 activation, and apoptotic DNA fragmentation
that were induced by OTA, by 10 mmol/L hydrogen peroxide (H,O,) and by ultraviolet
(UV-C) light (50 mJ/cm?), respectively. To achieve protection by silibinin, the drug was
applied to the cell cultures for 2 h in advance. OTA stimulated lipid peroxidation on
cultured immortalized rat liver HPCT cells, as was revealed by malondialdehyde (MDA)
production. Lipid peroxidation occurred further by H,O, and ActD/TNF-a incubation.
These reactions were also suppressed by silibinin pretreatment. We conclude that the
anti-apoptotic activity of silibinin against OTA, H,O, and ActD/ TNF-a is caused in vitro
by the antioxidative effects of the flavanolignan. Furthermore, cytotoxicity of the
pro-apoptotic toxins was revealed by MTT-test. When applied separately, ActD and TNF-a
showed no cytotoxic effects after 24 h, but were cytotoxic if applied in combination. The
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used concentrations of OTA, H,O, and the dose of UV-C caused a substantial decrease in
viability within 36 h that was prevented mostly by silibinin. We conclude that silibinin is a
potent protective compound against apoptosis and cytotoxicity caused by OTA and the
investigated compounds.

Keywords: ochratoxin A; tumor necrosis factor alpha; UV-C light; hydrogen peroxide; rat
hepatocytes; DNA ladder; caspase-3; apoptosis; malondialdehyde; silibinin

1. Introduction

Liver injury by hepatotoxins may merge in liver cell apoptosis, i.e., the process of programmed cell
death. This program permits the removal of damaged cells in multicellular tissue
forming-organisms [1]. It results in several morphological changes, e.g., cell shrinkage, membrane
blebbing and chromatin condensation along with biochemical events leading to DNA fragmentation
and activation of caspases [2,3].

OTA is an unavoidable mycotoxin contaminant of feed and foodstuff that mainly causes
nephrotoxicity, as well as hepatotoxicity [4,5]. The hepatotoxic effects of OTA are characterized
in vivo by apoptotic changes in rat and mouse livers [5-7], but also in cultures of isolated rat
hepatocytes in vitro [8,9]. The apoptotic effects of OTA in liver tissue were thought to be mediated by
TNF-a [8] that is released from Kupffer cells [10]. The main apoptotic effects of TNF-a are mediated
by its receptor TNFR I [11-14] and requires the presence of a transcriptional inhibitor in vitro, such as
ActD [15,16]. However, in tissue cultures of pure isolated rat hepatocytes, OTA mediated apoptosis
even in the absence of Kupffer cells and TNF-a [9]. We considered two possible OTA mechanisms
leading to apoptosis: (1) direct binding to TNFR I in the absence of TNF-a, thus mimicking
cytokine-induced apoptosis; or (2) induction of apoptosis by oxidative stress signals. Therefore,
(1) apoptosis by OTA was investigated in the presence of soluble TNFR I in the cell culture medium in
order to trap the mycotoxin and (ii) compared with apoptosis mediated by reactive oxygen species
(ROS) inducing agents H,O, and UV-C light in the absence and presence of the membrane protecting
antioxidant silibinin. We show that OTA-mediated apoptosis is likely to be caused by oxidative stress,
and that silibinin blocked apoptosis and cytotoxicity. That flavanolignan is extracted from the milk
thistle Silybum marianum and was used here as a potent antioxidant [17-19] and liver cytoprotective
agent [20]. Silibinin already blocked the activation of caspase-3 in the HepG2 cell line and in primary
rat hepatocytes, providing anti-apoptotic activity [9,21].

2. Results and Discussion

Liver toxicity is one of the consequences of OTA, but the mechanisms by which OTA exerts its
hepatotoxicity are still scantily understood. One possibility is oxidative stress of liver cells by OTA via
lipid peroxidation, since the release of ROS under OTA was reported from rat liver [22,23]. Another
detrimental cause could be liver cell damage exerted by the release of TNF-a, since OTA provokes
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TNF-a release in the intact rat liver model from Kupffer cells [20]. However, we showed already that

OTA causes apoptosis as a specific cytotoxic event [8], even in the absence of TNF-a [9].

Figure 1. Cytotoxicity of OTA, ActD, TNF-a, H,O, and UV-C on cultured primary rat
hepatocytes was measured by MTT-test after treatment of primary rat hepatocytes with
various concentrations of (a) OTA; (b) ActD; (¢) TNF-a alone; (d) ActD and TNF-a in
combination for 24 h; (e) H,O,; and (f) irradiated with UV-C. All experiments were
repeated with five different cell preparations. Data presents the value of the mean + SD

(n =5 per group). p values * < 0.05, ** < 0.01, *** < 0.001 compared with control values

were considered statistically significant.
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2.1. Cytotoxicity Effects of OTA, ActD, TNF-o, H,O, and UV-C

OTA is hepatotoxic in rats, perhaps as a consequence of oxidative stress [23]. It was discussed that
OTA reduces the antioxidant defense of cells by down-regulating the expression of several Nrf 2
(nuclear regulator factor 2) and/or HNF4a (hepatic nuclear factor 4a) dependent protective enzymes
for antioxidation [24,25], thereby converting cells to be more susceptible to oxidative stress [5].

OTA 1is cytotoxic on cultured primary rat hepatocytes in a dose- and time-dependent manner
(Figure 1a). At 2.5 and 12.5 pmol/L (1 pg/mL and 5 pg/mL), it decreased cell viability after 36 h
incubation to 65% and 55%, respectively.

Cell death by TNF-a in cultured hepatocytes becomes manifested only under the metabolic
condition of the transcriptional arrest [15]. Therefore, we added ActD separately and in combination
with TNF-a to cultured hepatocytes and measured cell toxicity by MTT-test. First, a dose-finding
study with ActD in primary rat hepatocyte cultures was performed. Cultures of hepatocytes tolerated
50 to 333 ng/mL of ActD for 24 h without any change in cell viability (Figure 1b). Next, a high and
tolerated concentration of ActD (200 ng/mL) was applied for 30 min followed by the addition of
increasing concentrations of TNF-a (10-30 ng/mL). The used TNF-a concentrations were tested
separately and also were found to be non-toxic (Figure 1c). However, sensitization by ActD caused a
vast reduction in cell viability by TNF-a in a dose-dependent manner, leaving 36% of viability at the
highest applied TNF-a concentration after 24 h (Figure 1d). These experiments indicated that primary
rat hepatocytes are extremely resistant to direct toxic effects of TNF-a, unless pre-sensitized by a
transcriptional inhibitor, confirming a previous finding [15].

Cytotoxicity is triggered by direct oxidative stress on hepatocytes following the addition of
H,0O; [26] and physically by UV-C radiation, thereby creating reactive oxygen species [27,28]. Here,
exposure of primary rat hepatocytes to H,O, and UV-C resulted in a dose-and time-dependent
cytotoxicity (Figure le,f). The cell damage caused decrease of cell viability that was strongest at
15 mmol/L H,O, or 50 mJ/cm?® UV-C after 36 h.

2.2. Effect of Silibinin on OTA, ActD/TNF-a, H>O, and UV-C Cytotoxicity

Silibinin has been identified as a potent antioxidant with anti-inflammatory, cytoprotective,
antifibrotic, anti-lipid peroxidation and anti-carcinogenic effects [29—32]. Silibinin acts on liver cell
membranes to prevent the entry of toxic substances and on the nucleus to accelerate cell regeneration
by stimulating protein synthesis [33]. Silibinin was able to restore biochemical alterations caused by
hepatotoxicants, such as carbon tetrachloride (CCly) and paracetamol (AAP) through counteracting
lipid peroxidation and enzyme leakage [34]. Therefore, we determined the protective effects of
silibinin against cytotoxicity in hepatocyte cultures after 24 h incubation with 12.5 pmol/L OTA, with
200/20 ng/mL ActD/TNF-a, with 10 mmol/L H,O;, or with 50 mJ/cm® UV-C. Under all these
conditions, pretreatment for 2 h with silibinin at 130 umol/L protected the cells as confirmed by
MTT-test. Under the same experimental conditions, even the ActD/TNF-a-mediated hepatotoxicity
was blocked by silibinin albeit at a higher concentration of 260 pmol/L (Figure 2).
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Figure 2. Protective effect of silibinin on ActD/TNF-a, OTA, H,O, and UV-C-mediated
cytotoxicity in primary rat hepatocyte cultures. Protection was measured by MTT assay
after pretreatment of cultured primary rat hepatocytes with silibinin at 260 umol/L 2 h prior
to 200/20 ng/mL ActD/TNF-a and 130 umol/L 2 h prior to 12.5 umol/L OTA, 10 mmol/L
H,0, and 50 mJ/ecm? UV-C for 24 h. All experiments were repeated with five different cell
preparations. Data presents the value of the mean = SD (n = 5 per group). p values:
* < 0.05, ** < 0.01, *** < 0.001 compared with control values were considered

statistically significant.
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2.3. Effect of OTA, ActD/TNF-a, H,O, and UV-C on Caspase-3 Activity and Anti-apoptotic Effects
of Silibinin

The activation of caspase-3 represents an early hallmark during apoptosis [35-37]. OTA has been
shown to induce apoptosis, mainly in kidney and liver cells [5,38]. OTA stimulates physiological
pro-apoptotic stimuli such as TNF-a release [10] and reduces anti-apoptotic signaling cascades [39].
Previous studies concerning OTA found this mycotoxin to enhance caspase activities in kidney cells of
dogs [40], monkeys [41] and rats [42], as well as in cultured primary rat hepatocytes [8,9]. Moreover,
OTA potentiates the effect of TNF-a on the caspase-3-activity in MDCK-C7 cells [40].

In our case, the exposure of hepatocyte cultures to OTA, ActD/TNF-a, H,O, and UV-C, caused
activation of caspase-3. The most prominent activation was observed after treatment of primary rat
hepatocytes by ActD/TNF-a. Under these conditions, silibinin exerted hepatoprotection (Figure 3). As
shown in Figure 3, silibinin completely abrogated OTA-, UV-C- and H,O,-mediated caspase-3
activation at 130 umol/L, whereas twice the concentration (260 pmol/L) prevented caspase-3
activation by ActD/TNF-a. Others also found that silibinin inhibits caspases in various cell systems
and conditions: it completely protects ECV-304 cells against H,O, induced injury mediated by
caspase-3 [43], reverses UV-induced HaCaT cell apoptosis by inhibition of caspase-8 after reduction
of the expression of FADD (Fas-associated death domain protein) [44], alleviates the activation of
caspase-9 and caspase-3 induced by mitomycin C in human melanoma A375-S2 cell [45], prevents the
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induction of caspase-3 activity in cultured primary rat cardiac myocytes by isoproterenol [46] and in
cultured primary rat hepatocytes by tert-butyl hydroperoxide (t-BHP) [47].

Figure 3. Activation of caspase-3 by OTA, ActD/TNF-a, H,O, and UV-C and prevention
by silibinin. Caspase-3 activity was measured by a caspase-3/CPP32 colorimetric assay kit
after pre-treatment of cultured primary rat hepatocytes with silibinin at 130 umol/L 2 h
prior to 12.5 pmol/L OTA, 10 mmol/L H,O, and 50 mJ/cm” UV-C, and 260 pumol/L 2 h
prior to 200/20 ng/mL ActD/TNF-a for 12 h. All experiments were repeated with three
different cell preparations. Data presents the value of the mean + SD (n = 3 per group).
p values * < 0.05, ** < 0.01, *** < 0.001 compared with control values were considered
statistically significant.
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2.4. The Nuclear Damage Caused by OTA, ActD/TNF-o, H,O; and UV-C and Prevention by Silibinin

In order to document the extent of nuclear damage under apoptosis, we stained the chromatin with
Hoechst 33258 and counted apoptotic nuclei using fluorescence microscopy. Figure 4a shows
micrographs of apoptotic nuclei (white arrows) in cultured primary rat hepatocytes exposed to OTA,
ActD/TNF-a, H,O, and UV-C. Treatment of primary rat hepatocytes by OTA, ActD/TNF-a, H,O, and
UV-C led to a statistically significant induction rate of nuclear apoptotic events on approximately 25,
62, 55 and 30% of cells, respectively (Figure 4b). These correlate with cytotoxicity as examined with
MTT-test (Figure 1).

2.5. Development of DNA Ladders by OTA, ActD/TNF-o, H,O, and UV-C and Prevention by Silibinin

The late stage of apoptosis is characterized by activation of endonucleases that cleave chromosomal
DNA leading to the formation of mono- and oligonucleosomal DNA fragments with a length of
approximately 180-200 bps and multiples showing characteristic ladder pattern on agarose gel. No
fragmentation was observed in control cultures. Neither TNF-a nor ActD alone developed DNA
fragmentation in cultured primary rat hepatocytes. By contrast, the combination of ActD with TNF-a
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generated DNA ladders after 24 h (Figure 5a). Silibinin dose-dependently decreased DNA
fragmentation and even completely abolished fragments at high concentration after 24 h (Figure 5b).

Figure 4. Protective effect of silibinin on OTA, ActD/TNF-a, H;O, and UV-C-mediated
apoptosis in primary rat hepatocytes was observed after pretreatment with 260 pmol/L
silibinin given 2 h prior to 12.5 umol/L OTA, 200/20 ng/mL ActD/TNF-a, 10 mmol/L
H,0, and 50 mJ/ecm? UV-C for 24 h. Cultured cells were fixed, chromatin was stained with
Hoechst, and apoptotic nuclei were counted. (a) Fluorescence micrographs of Hoechst
stained nuclei of primary rat hepatocytes (x400). The white arrows indicate apoptotic
nuclei exhibiting fragmented chromatin, whereas other nuclei are intact. The pictures are
representing at least five fields from a slide; each experiment was performed at least
3 times; (b) The percentage of apoptotic nuclei is given as apoptotic index. n = 3, treatment
groups were compared to control using one-way ANOVA. p values * < 0.05, ** < 0.01,
**% <0.001 compared with control values were considered statistically significant.
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Figure 5. Development of DNA ladder by ActD/TNF-a and prevention by silibinin.
Cultures of primary rat hepatocytes were treated (a) with ActD 200 ng/mL, TNF-a
20 ng/mL, and ActD 200 ng/mL 30 min prior to 20 ng/mL TNF-a; the first three lanes
show high-molecular, non-fragmented DNA; or (b) pre-treated with silibinin at increasing
concentrations 2 h prior to 200/20 ng/mL ActD/TNF-a. Then, after 24 h the DNA was
isolated and visualized by gel electrophoresis. All experiments were repeated with five

different cell preparations.
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In vitro and in vivo studies described that silibinin shields the liver from oxidative stress and
persistent inflammatory processes, mainly caused by reactive oxygen species and pro-inflammatory
cytokines [32]. It also reduced the signs of oxidative stress in hepatocytes and elevated mitochondrial
ATP levels [48]. Therefore, we tested its preventive effect on OTA, H,O, and UV-C mediated DNA
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ladder formation. Remarkably, the findings indicated that silibinin pretreatment completely prevented
DNA laddering induced by OTA, ActD/TNF-a, H,O, and UV-C (Figure 6). In conclusion, we consider
silibinin as a quite strong anti-apoptotic compound that exerts protection against OTA, ActD/TNF-a,

H,0, and UV-C mediated apoptosis, most likely by its antioxidant and membrane stabilizing effect on
liver cells [19,32].

Figure 6. Development of DNA ladder by OTA, ActD/TNF-a, H,O, and UV-C and
prevention by silibinin. Primary rat hepatocytes were pretreated with silibinin at
130 pmol/L 2 h prior to 12.5 pmol/L OTA, 10 mmol/L H,O, and 50000 pJ/cm” and at
260 umol/L 2 h prior to 200/20 ng/mL ActD/TNF-a. Then, after 24 h, the DNA was

isolated and visualized by gel electrophoresis. All experiments were repeated with five
different cell preparations.
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2.6. OTA and Soluble TNF-a Receptor I (sTNFRI)

The generally accepted picture of receptor-mediated apoptosis by TNF-a claims that the cell
membrane receptor TNF-o receptor I (TNFRI) triggers apoptosis by binding TNF-a with its
extracellular domain and by activation of its intracellular domain, called adaptor protein TNFRI
associated death domain (TRADD). Following activation of TRADD, the recruitment and activation of
the initiator aspartate specific cysteine protease caspase-8 occurs, which triggers further events of
receptor induced apoptosis [49,50]. In order to gain insight into the mechanism of apoptosis by OTA,
primary rat hepatocyte cultures were pre-incubated with soluble sSTNFRI as a decoy strategy to reduce
the binding of OTA to the membrane receptor by competition and to decrease the potency for
OTA-mediated apoptosis. Figure 7a shows that addition of 500 pg/ mL sTNFRI 2 h prior to
12.5 umol/L OTA had no effect on OTA-mediated DNA laddering. However, only 25 pg/ mL sTNFRI
2 h prior to 200/20 ng/mL ActD/TNF-a completely prevented TNF-a-mediated DNA fragmentation
(Figure 7b) Therefore, a direct activation of the TNF-receptor I by OTA is unlikely.
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Figure 7. Effect of sSTNFRI on OTA and ActD/TNF-a-mediated DNA fragmentation.
Primary rat hepatocytes were pre-treated with sTNFRI at 500 pg/mL 2 h prior to
12.5 pmol/L OTA (a); and at 25 pg/mL 2 h prior to 200/20 ng/mL ActD/TNF-a (b). Then,
after 24 h, the DNA was isolated and visualized by gel electrophoresis. All experiments
were repeated with five different cell preparations.
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Figure 8. Silibinin effect on oxidative stress induced by OTA, ActD/TNF-a and H,O,.
HPCT-1E3 cells were pre-treated with silibinin at 260 pmol/L 2 h prior to 50 pmol/L
OTA, 200/20 ng/mL ActD/TNF-a and 10 mmol/L H,O,. Then, after 6 h, the lipid
peroxidation was determined fluorometrically (a) and the ROS generation was measured
colorimetrically (b). All experiments were repeated with 3 different cell cultures.
p values * <0.05, ** <0.01, *** < 0.001 compared with control values were considered
statistically significant.
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2.7. OTA Causes Cell Toxicity In Vitro via Oxidative Stress Reactions

Our results so far point out that, alternatively to cytokine mediated apoptosis and cytotoxicity,
oxidative stress reactions may have caused cell damage and that silibinin has prevented them as an
antioxidant. A test was performed to detect reactive oxygen species and also malondialdehyde as a
natural end product of membrane lipid peroxidation. Cell cultures of immortalized rat hepatocytoma
cells (HPCT) [51,52] were exposed to OTA and ActD/TNF-a. For control, samples were also analyzed
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after incubation with H,O,. The results indicated that OTA generates, as with the other hepatotoxins,
oxygen radicals in cell cultures (Figure 8).

3. Materials and Methods
3.1. Chemicals and Reagents

Silibinin (MW 482.44 g/mol), Recombinant Rat Tumor Necrosis Factor-o (TNF-a), fetal bovine
serum, dexamethasone, inosine, trypan blue and Hoechst stain 33342 were purchased from Sigma
Aldrich, Steinheim, Germany. Penicillin, streptomycin, trypsin/EDTA, sodium pyruvate and
Dulbeccos modified Eagles medium (DMEM) low glucose were purchased from PAA Laboratories,
Colbe, Germany. Ochratoxin A (MW 403.81 g/mol) was purchased from CSIR Food Science and
Technology, Pretoria, South Africa. Hydrogen peroxide (H,O,), DMSO, agarose NEEO Ultra-Quality,
and MTT (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide) were purchased from Roth,
Karlsruhe, Germany. HEPES (N-2-hydroxyethylpiperazine-N'-2-ethanesulfonic acid) and collagen R
and recombinant human insulin were purchased from SERVA Electrophoresis GmbH, Heidelberg,
Germany. Proteinase K, RNase and DNA ladder markers were purchased from Fermentas, St.
Leon-Rot, Germany. Soluble tumor necrosis factor receptor I (sTNFRI) was kindly obtained from
Prof. Dr. Joachim Roth, Giessen.

3.2. Animals

Primary rat hepatocytes were isolated from male Wistar rats (200280 g). The animals were fed
ad libitum with Altromin® standard diet and received water ad libitum. They were kept under 12 h
light-dark cycles at 22 °C temperature and ventilation. The health of the rats was routinely tested by
sentinel animals, and the animals were found to be free of chronic infections and parasites.

3.3. Isolation and Culture of Primary Rat Hepatocytes

Male Wistar rats were anesthetized with urethane 20% (7.5 mg/kg; i.p.). Hepatocytes were prepared
by EDTA in situ perfusion method as described in [9]. The cell pellets were re-suspended in DMEM
low glucose containing 10% fetal calf serum, 1% penicillin and streptomycin. Cell viability was
revealed by trypan blue exclusion test and always exceeded 98%. The isolated hepatocytes were
seeded on collagen-coated Petri dishes or collagen-coated multiwell plates and left for 3 h to attach at
37 °C in a humidified atmosphere of 5% CO, in air. The culture medium was replaced, and the
compounds were applied. Control cells were treated with equal volume of DMSO as a vehicle for OTA
and silibinin. Final DMSO concentration was 0.5% for all treatments.

3.4. Sensitization of Primary Rat Hepatocytes

After replacement of the culture medium, the isolated, adherent rat hepatocytes were pre-incubated
with ActD (200 ng/mL) for 30 min, and then rat recombinant TNF-a was added to some dishes at a
concentration of 20 ng/mL, unless otherwise indicated.
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3.5. Culture of HPCT-1E3 Hepatocytoma Cells

Because HPCT-1E3 cells are a good model for studying cytotoxicity and express several hepatocyte
specific properties in contrast to other immortal cell lines, their suitability as an in vitro model has to
be proven in order to replace in vivo experiments [51]. The rat hepatocytoma cell line HPCT-1E3 was
maintained in Dulbecco’s modified Eagle’s medium (DMEM) high glucose supplemented with 10%
(v/v) fetal calf serum, 2 mM L-glutamine, 10 pg/mL insulin, 10 pg/mL inosine, 1.5 pumol/L
dexamethasone, 100 IU/mL penicillin and 100 mg/mL streptomycin [53].

3.6. Cytotoxicity Assay

The concentration dependency of cytotoxicity of ActD, TNF-a, H,O, and UV was determined by
the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT) assay [54], detecting the
cellular mitochondrial activity to convert MTT tetrazolium salt to water-insoluble formazan. Rat
hepatocytes at density of 5 x 10* cells/0.] mL DMEM were seeded in 96-well collagen-coated tissue
culture plates. After 3 h incubation, the cells were treated with different concentrations of either ActD
at 0, 50, 100, 200 and 333 ng/mL, or with TNF-a at 0, 10, 15, 20 and 30 ng/mL. Other cells were
pre-incubated with 200 ng/mL ActD 30 min, prior to TNF-a, at the given concentrations for 24 h;
others were treated with 0, 0.5, 2.5, 12.5 umol/L OTA, 0, 5, 10 and 15 mmol/L H,O; or irradiated with
UV light (254 nm; Stratalinker” UV crosslinker 1800, Stratagene, La Jolla, CA, United States) at 0, 25
and 50 mJ/cmz, and all were incubated for 24 and 36 h. To assess the effect of silibinin on the
cytotoxicity, cells were pre-treated with and without silibinin at the given concentrations 2 h prior to
the administration of ActD/ TNF-a at 200/20 ng/mL or 12.5 umol/L OTA or 10 mmol/L H,O,, or
irradiation with UV light at 50 mJ/cm®. After that, the cells were incubated with 10 uL of MTT
solution (5 mg/mL) for 3 h. The formation of formazan crystals were tracked occasionally under the
microscope. Subsequently, the medium was aspirated and the formazan crystals were solubilized by
adding 100 pL isopropanol solution (98.86 mL 2-propanol and 1.14 mL HCI) and mixed to ensure the
dissolving of crystals. Finally, the absorbance of each well was measured by a Benchmark microplate
reader at dual wavelength (550 nm and 655 nm). Within 1 h of adding the isopropanol, plates were
read. Cell viability was expressed as percentage of formazan absorbance of non-treated viable cells
under each treatment regimen.

3.7. Analysis of Hepatocyte Nuclear Morphology

In order to visually assess apoptosis induction by OTA, ActD/TNF-a, H,O, and UV, we stained the
chromatin of fixed primary hepatocyte monolayers with DNA binding fluorochrome Hoechst stain
33342 and counted apoptotic nuclei using fluorescence microscopy. Briefly, 1 mL cell suspension
containing 2 x 10° cells were seeded on collagen-coated 2 well Lab-tek tissue culture chamber/slides.
After 3 h of incubation at 37 °C, the cells were pre-treated with and without silibinin at the given
concentrations 2 h prior to the administration of 12.5 pmol/L OTA, ActD/TNF-a 200/20 ng/mL
separately and in combination, 10 mmol/L H,O, or irradiated with UV light (254 nm; Stratalinker® UV
crosslinker 1800, Stratagene, La Jolla, CA, United States) at a dose of 50 mJ/cm?® for 24 h. After that,
the cells were washed with cold PBS once and fixed with 2% paraformaldehyde for 10 min. Then,
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Hoechst 33342 solution was added at 1 pg/mL for 5 min at room temperature in darkness. Finally,
stained cells were washed with PBS again, mounted and visualized under a fluorescence microscope.
Fluorescence imaging was performed on Nikon Eclipse 80i fluorescence microscope supplied with
DAPI filter (excitation 360 nm, emission 460 nm) from Japan. The images were captured with the NIS
elements software (V 3.10). Finally, the apoptotic nuclei were counted using Adobe Photoshop CS5
extended version 12.1. The percentage of apoptotic nuclei is given as apoptotic index.

3.8. Caspase-3 Activity

Caspase-3 activity was determined using Caspase-3/CPP32 Activity Colorimetric Assay Kit
according to the company instructions (PromoCell, Heidelberg, Germany). The assay is based on the
spectrophotometric detection of the chromophore p-nitroanilide (pNA) after cleavage from the labeled
substrate DEVD-pNA. Briefly, isolated primary rat hepatocytes were seeded in 94 mm Petri dishes and
incubated for 3 h. Then, the cells were pre-treated with and without silibinin at 130 pmol/L 2 h prior to
the administration of 12.5 umol/L OTA or 10 mmol/L H,O; or irradiation with UV light at a dose of
50 mJ/cm® and at 260 pmol/L 2 h prior to ActD/TNF-a 200/20 ng/mL for 12 h. The cells were
harvested after 12 h without trypsinization by a cell scraper from the incubation medium and
centrifuged at 420% g for 5 min at 25°C. The final pellet was re-suspended in 50 pL of chilled Cell
Lysis Buffer (PromoCell) and incubated on ice for 10 minutes followed by centrifugation at 13,000x g
for 1 min. The supernatant (cytosolic extract) was transferred to a fresh tube and immediately stored at
—80 °C. The protein content of the supernatant was reliably estimated with BCA protein assay kit
(Novagen). For colorimetric measurement of caspase-3 activity, 150 pg protein of the cytosolic extract
was diluted to 50 pL Cell Lysis Buffer for each sample. Subsequently, 50 pL of 2% Reaction Buffer
containing 10 mmol/L DTT and 5 pL of the 4 mmol/L DEVD-pNA substrate was added and then
incubated at 37 °C for 2 h. The enzyme activity (color intensity from DEVD-pNA cleavage) was
measured at 405 nm with a microplate reader.

3.9. DNA Ladder Fragmentation Analysis

Isolated primary rat hepatocytes were seeded in 94 mm Petri dishes and incubated for 3 h. Then the
cells were pre-treated with and without silibinin at 130 umol/L 2 h prior to the administration of OTA,
H,O; or irradiation with UV light or at 260 umol/L 2 h prior to ActD/TNF-a for 24 h. Other cells were
pre-treated with sTNFRI 2 h prior to the administration of OTA and ActD/TNF-a. Cells were
harvested after 24 h as described above in the incubation medium and were spun down at 500x g for
5 min at 25 °C, re-suspended in PBS and spun down again. Genomic DNA was isolated according to
Worner and Schrenk [55]. DNA concentration was measured at 260 nm using a spectrophotometer.
Three micrograms of DNA was resolved on 1.5% agarose gel in TAE buffer (40 mmol/L Tris-HCI,
I mmol/L EDTA, 20 mmol/L acetic acid, pH 8.0). The gel was stained with ethidium bromide solution
10 mg/ mL and de-stained in water. The DNA bands were visualized under UV illumination and
photographed using a gel-video documentation system (Image Master VDS, Pharmacia Biotech,
Freiburg, Germany).
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3.10. Oxidative Stress Determination

The oxidative stress was assessed: (1) fluorometrically by measuring malondialdehyde (MDA) as
an end product of lipid peroxidation using Abcam’s Lipid Peroxidation Assay Kit (Abcam, Cat.-No.
ab118970, Cambridge, UK) and (2) colorimetrically by determining ROS generation using ROS
ELISA kit (antikorper-online.de, Cat.-No. E02R0069, BlueGene, Shanghai, China).

HPCT-1E3 cells were seeded at (1 x 10° cells) on 35 mm Petri dishes and pre-incubated overnight.
Then, the cells were pre-treated with and without silibinin at 260 pmol/L 2 h prior to the
administration of 50 umol/L OTA, ActD/TNF-a 200/20 ng/mL and 10 mmol/L H,O, for 6 h. The cells
were harvested after 6 h without trypsinization by a cell scraper from the incubation medium and
centrifuged at 3000 rpm for 3 min at 25 °C. The final pellet was used for measuring MDA and ROS
according to the company’s instructions.

3.11. Statistical Analysis

6.9

Hepatocytes were obtained from three to five different animals as indicated by “n”. Experiments
were performed with each cell preparation three times in case of caspase assay, eight times in case of
MTT test, once in case of DNA laddering and three times in case of oxidative stress. The results were
expressed as mean + SD. Statistical analysis was done using one-way ANOVA followed by Tukey’s
multiple comparison test with Graphpad Prism 5.03 software (San Diego, CA, USA).

4. Conclusions

The mycotoxin ochratoxin A caused in vitro cytotoxicity and apoptosis in rat hepatocyte cell
cultures that were independent on TNF-a and were, thus, different from in vivo conditions in the intact
rat liver. OTA lacked binding to soluble TNF-a receptor I (sSTNFRI). In cell cultures, toxicity of OTA
and ActD/TNF-a was conveyed by oxidative stress and was comparable to H,O,. The herbal
flavanolignan silibinin was a potent cytoprotective and anti-apoptotic agent that counteracted the
cytotoxicity and induction of apoptosis by OTA, ActD/TNF-a, H,O, and UV-C on primary rat
hepatocytes cultures. The powerful hepatoprotective effects of silibinin were observed in a
dose-dependent manner when the compound was added in advance. This distinguishes silibinin as a
prophylactic hepatoprotective remedy.

Acknowledgments

We gratefully acknowledge the help and support of Manfred Reinacher and Christiane Herden from
the Institute of Pathology, University of Giessen, Germany. We are most grateful to Joachim Roth,
Institute of Physiology, for his generous gift of soluble TNFRI.

Conflict of Interest

The authors declare no conflict of interest.



Toxins 2012, 4 1153

References

1. Lawen, A. Apoptosis—An introduction. Bioessays 2003, 25, 888—896.

2. Thornberry, N.A.; Lazebnik, Y. Caspases: Enemies within. Science 1998, 281, 1312—-1316.

3. Riedl, S.J.; Shi, Y. Molecular mechanisms of caspase regulation during apoptosis. Nat. Rev. Mol.
Cell Biol. 2004, 5, 897-907.

4. Petzinger, E.; Ziegler, K. Ochratoxin A from a toxicological perspective. J. Vet. Pharmacol. Ther.
2000, 23, 91-98.

5. Ringot, D.; Chango, A.; Schneider, Y.J.; Larondelle, Y. Toxicokinetics and toxicodynamics of
ochratoxin A, an update. Chem. Biol. Interact. 2006, 159, 18—46.

6. Aydin, G.; Ozgelik, N.; Cicek, E.; Soydz, M. Histopathologic changes in liver and renal tissues
induced by Ochratoxin A and melatonin in rats. Hum. Exp. Toxicol. 2003, 22, 383-391.

7. Atroshi, F.; Biese, I.; Saloniemi, H.; Ali-Vehmas, T.; Saari, S.; Rizzo, A.; Veijalainen, P.
Significance of apoptosis and its relationship to antioxidants after ochratoxin A administration in
mice. J. Pharm. Pharm. Sci. 2000, 3, 281-291.

8. Chopra, M.; Link, P.; Michels, C.; Schrenk, D. Characterization of ochratoxin A-induced
apoptosis in primary rat hepatocytes. Cell Biol. Toxicol. 2010, 26, 239-254.

9. Essid, E.; Petzinger, E. Silibinin pretreatment protects against Ochratoxin A-mediated apoptosis
in primary rat hepatocytes. Mycotoxin Res. 2011, 27, 167-176.

10. Al-Anati, L.; Essid, E.; Stenius, U.; Beuerlein, K.; Schuh, K.; Petzinger, E. Differential cell
sensitivity between OTA and LPS upon Releasing TNF-alpha. Toxins 2010, 2, 1279-1299.

11. Leist, M.; Gantner, F.; Jilg, S.; Wendel, A. Activation of the 55 kDa TNF receptor is necessary
and sufficient for TNF-induced liver failure, hepatocyte apoptosis, and nitrite release. J. Immunol.
1995, 154, 1307-1316.

12. Nagata, S. Apoptosis by death factor. Cell 1997, 88, 355-365.

13. Micheau, O.; Tschopp, J. Induction of TNF receptor I-mediated apoptosis via two sequential
signaling complexes. Cel/ 2003, /14, 181-190.

14. Ding, W.X.; Yin, X.M. Dissection of the multiple mechanisms of TNF-alpha-induced apoptosis in
liver injury. J. Cell. Mol. Med. 2004, §, 445-454.

15. Leist, M.; Gantner, F.; Bohlinger, I.; Germann, P.G.; Tiegs, G.; Wendel, A. Murine hepatocyte
apoptosis induced in vitro and in vivo by TNF-alpha requires transcriptional arrest. J. Immunol.
1994, 153, 1778-1788.

16. Hu, C.; Han, J.Q.; Xu, Z.; Xiu, HM.; Liu, J.D.; Hao, Y. Effects of baicalin on hepatocyte
apoptosis induced by TNF-alpha and act D in rats (In Chinese). China J. Chin. Mater. Med. 2001,
26, 124-127.

17. Bindoli, A.; Cavallini, L.; Siliprandi, N. Inhibitory action of silymarin of lipid peroxide formation
in rat liver mitochondria and microsomes. Biochem. Pharmacol. 1977, 26, 2405-2409.

18. Kiruthiga, P.V.; Shafreen, R.B.; Pandian, S.K.; Devi, K.P. Silymarin protection against major
reactive oxygen species released by environmental toxins: Exogenous H,O, exposure in
erythrocytes. Basic Clin. Pharmacol. Toxicol. 2007, 100, 414—419.

19. Asghar, Z.; Masood, Z. Evaluation of antioxidant properties of silymarin and its potential to

inhibit peroxyl radicals in vitro. Pak. J. Pharm. Sci. 2008, 21, 249-254.



Toxins 2012, 4 1154

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

Al-Anati, L.; Essid, E.; Reinehr, R.; Petzinger, E. Silibinin protects OTA-mediated TNF-alpha
release from perfused rat livers and isolated rat Kupffer cells. Mol. Nutr. Food Res. 2009, 53,
460—466.

Pook, S.H.; Toh, C.K.; Mahendran, R. Combination of thiol antioxidant Silibinin with Brostallicin
is associated with increase in the anti-apoptotic protein Bcl-2 and decrease in caspase 3 activity.
Cancer Lett. 2006, 238, 146—-152.

Omar, R.F.; Hasinoff, B.B.; Mgjilla, F.; Rahimtula, A.D. Mechanism of ochratoxin A stimulated
lipid peroxidation. Biochem. Pharmacol. 1990, 40, 1183—-1191.

Gagliano, N.; Donne, 1.D.; Torri, C.; Migliori, M.; Grizzi, F.; Milzani, A.; Filippi, C.; Annoni, G.;
Colombo, P.; Costa, F.; et al. Early cytotoxic effects of ochratoxin A in rat liver: A
morphological, biochemical and molecular study. Toxicology 2006, 225, 214-224.

Marin-Kuan, M.; Nestler, S.; Verguet, C.; Bezencon, C.; Piguet, D.; Mansourian, R.;
Holzwarth, J.; Grigorov, M.; Delatour, T.; Mantle, P.; et al. A toxicogenomics approach to
identify new plausible epigenetic mechanisms of ochratoxin a carcinogenicity in rat. Toxicol. Sci.
2006, 89, 120-134.

Cavin, C.; Delatour, T.; Marin-Kuan, M.; Holzhduser, D.; Higgins, L.; Bezencon, C.;
Guignard, G.; Junod, S.; Richoz-Payot, J.; Gremaud, E.; et al. Reduction in antioxidant defenses
may contribute to ochratoxin A toxicity and carcinogenicity. Toxicol. Sci. 2007, 96, 30-39.
Adamson, G.M.; Billings, R.E. Tumor necrosis factor induced oxidative stress in isolated mouse
hepatocytes. Arch. Biochem. Biophys. 1992, 294, 223-229.

Kamat, J.P.; Devasagayam, T.P.; Priyadarsini, K.I.; Mohan, H.; Mittal, J.P. Oxidative damage
induced by the fullerene Cgy on photosensitization in rat liver microsomes. Chem. Biol. Interact.
1998, /14, 145-159.

Svobodova, A.R.; Galandakova, A.; Sianska, J.; Dolezal, D.; Ulrichova, J.; Vostalova, J. Acute
exposure to solar simulated ultraviolet radiation affects oxidative stress-related biomarkers in
skin, liver and blood of hairless mice. Biol. Pharm. Bull. 2011, 34, 471-479.

Manna, S.K.; Mukhopadhyay, A.; Van, N.T.; Aggarwal, B.B. Silymarin suppresses TNF-induced
activation of NF-kappa B, c-Jun N-terminal kinase, and apoptosis. J. Immunol. 1999, 163,
6800-6809.

Saller, R.; Meier, R.; Brignoli, R. The use of silymarin in the treatment of liver diseases. Drugs
2001, 67, 2035-2063.

Schiimann, J.; Prockl, J.; Kiemer, A.K.; Vollmar, A.M.; Bang, R.; Tiegs, G. Silibinin protects
mice from T cell-dependent liver injury. J. Hepatol. 2003, 39, 333-340.

Comelli, M.C.; Mengs, U.; Schneider, C.; Prosdocimi, M. Toward the definition of the
mechanism of action of silymarin: Activities related to cellular protection from toxic damage
induced by chemotherapy. Integr. Cancer Ther. 2007, 6, 120—129.

Luper, S. A review of plants used in the treatment of liver disease: Part 1. Altern. Med. Rev. 1998,
3,410-421.

Chrungoo, V.J.; Singh, K.; Singh, J. Silymarin mediated differential modulation of toxicity
induced by carbon tetrachloride, paracetamol and D-galactosamine in freshly isolated rat
hepatocytes. Indian J. Exp. Biol. 1997, 35, 611-617.



Toxins 2012, 4 1155

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

Kroemer, G.; Petit, P.; Zamzami, N.; Vayssiére, J.L.; Mignotte, B. The biochemistry of
programmed cell death. FASEB J. 1995, 9, 1277-1287.

Patel, T.; Gores, G.J.; Kaufmann, S.H. The role of proteases during apoptosis. FASEB J. 1996, 10,
587-597.

Enari, M.; Sakahira, H.; Yokoyama, H.; Okawa, K.; Iwamatsu, A.; Nagata, S. A caspase-activated
DNase that degrades DNA during apoptosis, and its inhibitor ICAD. Nature 1998, 391, 43-50.
Gekle, M.; Sauvant, C.; Schwerdt, G. Ochratoxin A at nanomolar concentrations: A signal
modulator in renal cells. Mol. Nutr. Food Res. 2005, 49, 118—-130.

Assaf, H.; Azouri, H.; Pallardy, M. Ochratoxin A induces apoptosis in human lymphocytes
through down regulation of Bcl-xL. Toxicol. Sci. 2004, 79, 335-344.

Gekle, M.; Schwerdt, G.; Freudinger, R.; Mildenberger, S.; Wilflingseder, D.; Pollack, V.;
Dander, M.; Schramek, H. Ochratoxin A induces JNK activation and apoptosis in MDCK-C7
cells at nanomolar concentrations. J. Pharmacol. Exp. Ther. 2000, 293, 837-844.

Scibelli, A.; Tafuri, S.; Ferrante, M.C.; Alimenti, E.; Naso, B.; Lucisano, A.; Staiano, N.;
della Morte, R. Ochratoxin A affects COS cell adhesion and signaling. Toxicol. Appl. Pharmacol.
2003, 7192, 222-230.

Sauvant, C.; Holzinger, H.; Gekle, M. The nephrotoxin ochratoxin A induces key parameters of
chronic interstitial nephropathy in renal proximal tubular cells. Cell Physiol. Biochem. 2005, 15,
125-134.

Wang, Y.K.; Hong, Y.J.; Huang, Z.Q. Protective effects of silybin on human umbilical vein
endothelial cell injury induced by H,O; in vitro. Vascul. Pharmacol. 2005, 43, 198-206.

Li, L.H.; Wu, L.J.; Tashiro, S.; Onodera, S.; Uchiumi, F.; Ikejima, T. Silibinin prevents
UV-induced HaCaT cell apoptosis partly through inhibition of caspase-8 pathway. Biol. Pharm.
Bull. 2006, 29, 1096-1101.

Jiang, Y.Y.; Wang, H.J.; Wang, J.; Tashiro, S.; Onodera, S.; Ikejima, T. The protective effect of
silibinin against mitomycin C-induced intrinsic apoptosis in human melanoma A375-S2 cells.
J. Pharmacol. Sci. 2009, 111, 137-146.

Zhou, B.; Wu, L.J.; Tashiro, S.; Onodera, S.; Uchiumi, F.; Ikejima, T. Silibinin protects rat
cardiac myocyte from isoproterenol-induced DNA damage independent on regulation of cell
cycle. Biol. Pharm. Bull. 2006, 29, 1900—1905.

Tripathi, M.; Singh, B.K.; Kakkar, P. Glycyrrhizic acid modulates t-BHP induced apoptosis in
primary rat hepatocytes. Food Chem. Toxicol. 2009, 47, 339-347.

Feher, J.; Lengyel, G. Silymarin in the treatment of chronic liver diseases: Past and future.
Orv. Hetil. 2008, 149, 2413-2418.

Ashkenazi, A.; Dixit, V.M. Death receptors: Signaling and modulation. Science 1998, 281,
1305-1308.

Osawa, Y.; Banno, Y.; Nagaki, M.; Brenner, D.A.; Naiki, T.; Nozawa, Y.; Nakashima, S.;
Moriwaki, H. TNF-alpha-induced sphingosine 1-phosphate inhibits apoptosis through a
phosphatidylinositol 3-kinase/Akt pathway in human hepatocytes. J. Immunol. 2001, 167,
173-180.

Kneuer, C.; Lakoma, C.; Honscha, W. Prediction of acute toxicity in HPCT-1E3 hepatocytoma
cells with liver-like transport activities. Altern. Lab. Anim. 2007, 35, 411-420.



Toxins 2012, 4 1156

52.

53.

54.

55.

Honscha, W.; Petzinger, E. Characterization of the bile acid sensitive methotrexate carrier of rat
liver cells. Naunyn Schmiedebergs. Arch. Pharmacol. 1999, 359, 411-419.

Halwachs, S.; Kneuer, C.; Honscha, W. Endogenous expression of liver-specific drug transporters
for organic anions in the rat hepatocytoma fusion cell line HPCT-1E3. Eur. J. Cell Biol. 2005, 84,
677-686.

Mosmann, T. Rapid colorimetric assay for cellular growth and survival: Application to
proliferation and cytotoxicity assays. J. Immunol. Methods 1983, 65, 55-63.

Worner, W.; Schrenk, D. Influence of liver tumor promoters on apoptosis in rat hepatocytes
induced by 2-acetylaminofluorene, ultraviolet light, or transforming growth factor beta 1.
Cancer Res. 1996, 56, 1272—1278.

© 2012 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article

distributed under the terms and conditions of the Creative Commons Attribution license

(http://creativecommons.org/licenses/by/3.0/).



