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Abstract: Resveratrol (RSV) is currently being widely discussed as potentially useful for 

anticancer therapy in combination with classical chemotherapeutics, e.g., the topoisomerase 

II (TOP II) poison doxorubicin (DOX). However, there is still a lack of knowledge of 

possible interference at the target enzyme, especially since RSV itself has recently been 

described to act as a TOP poison. We therefore sought to address the question whether 

RSV affects DOX-induced genotoxic and cytotoxic effects with special emphasis on TOP 

II in HT-29 colon carcinoma cells. RSV was found to counteract DOX-induced formation 

of DNA-TOP-intermediates at ≥100 µM for TOP IIα and at 250 µM for TOP IIβ. As a 

consequence, RSV modulated the DNA-strand breaking potential of DOX by mediating 

protective effects with an apparent maximum at 100 µM. At higher concentration ranges 

(≥200 µM) RSV diminished the intracellular concentrations of DOX. Nevertheless, the 

presence of RSV slightly enhanced the cytotoxic effects of DOX after 1.5 h and 24 h of 

incubation. Taken together, at least in cell culture RSV was found to affect the  

TOP-poisoning potential of DOX and to modulate its cytotoxic effectiveness. Thus, further 

studies are needed to clarify the impact of RSV on the therapeutic effectiveness of DOX 

under in vivo conditions. 
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1. Introduction 

Resveratrol (RSV) is a naturally occurring polyphenol, which can be found in a variety of plants 

such as grapes, peanuts and berries. It has been shown that RSV possesses antiproliferative effects in a 

broad range of different cancer cells by influencing (amongst others) pathways involved in cell cycle 

progression and apoptosis induction [1–3]. Recently, Leone et al. [4] reported that RSV exhibited 

poisoning potential against topoisomerase II (TOP II) in human glioma cells. TOP are highly conserved 

enzymes that are essential for the maintenance of DNA integrity during all processes affecting DNA 

topology such as replication, transcription or repair. Two isoforms of TOP II are expressed in humans: 

TOP IIα and TOP IIβ. Both are capable of removing knots and preventing over- and underwinding of 

the double helix by generating transient double strand breaks. To assure genomic stability during this 

intermediate DNA cleavage step the enzyme is covalently linked to its substrate DNA, a state, which is 

called “cleavage complex” [5,6]. TOP-targeting compounds can affect the catalytic cycle in different 

stages. So called TOP poisons stabilize the cleavable complex, thus trapping the enzyme covalently 

linked to the DNA. As a consequence severe DNA damage occurs, which is hence used by a range of 

clinically used chemotherapeutics like e.g., doxorubicin (DOX) [7]. Altogether the chemopreventive 

and anticarcinogenic potential of RSV makes it a promising candidate for clinical trials as a single 

compound but also in combination with commercial chemotherapeutics like DOX.  

The dosage of DOX during chemotherapy is limited by side effects as cardiotoxicity, as well as by 

DOX-resistant cancer types. In recent years many attempts have been made to overcome the resistance, 

for example by a combination of the chemotherapeutic with plant polyphenols [8]. Several studies 

investigated a combination of DOX and RSV with promising results. On the one hand RSV seems to 

have protective effects against DOX-induced cardiotoxicity and on the other hand RSV might help to 

sensitize cancer cells against DOX-induced toxicity [9–14]. A combination of the two substances 

during chemotherapy is therefore discussed as a promising future approach. On the other hand, during 

the last decade reports on potential beneficial effects of RSV with respect to chemoprevention strongly 

promoted the market of respective supplements [15]. Clinically uncontrolled consumption of RSV 

supplements during DOX-based chemotherapy is therefore not to be dismissed. Despite of the growing 

interest of potential interaction of these two substances, to our knowledge, no study has looked into the 

combinatory effects of DOX and RSV on TOP II, so far. Therefore, we addressed the question whether 

RSV, as a newly described TOP poison, affects the TOP-targeting potential of DOX with special 

emphasis on the consequences for DOX-induced genotoxicity, intracellular DOX concentration and 

cytotoxicity. Considering the expected low systemic bioavailability of RSV, the well characterized 

human colon cancer cell line HT-29, originating from the intestinal tract, was selected as a model system. 

2. Results and Discussion 

2.1. Topoisomerase Inhibition in HT-29 Cells 

DOX is a well described TOP II poison. The members of this class of TOP-targeting compounds act 

by increasing the concentration of cleavage complexes in the cells. To investigate the combinatory 

effects of RSV and DOX on the TOP II-DNA cleavage complex formation the “isolating in vivo 

complexes of enzyme to DNA” assay (ICE assay) was performed in HT-29 cells (Figure 1).  
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Incubation with DOX significantly increased the proportion of cleavage complexes in comparison 

to the solvent control DMSO (Figure 1A,B), which is in line with previous publications of the DOX 

poisoning potential in HT-29 cells [16,17]. Treatment with rising concentrations of RSV as a single 

compound resulted in a weak increase of TOP II complex formation, which was significant only in the 

highest tested concentration of 250 µM for both isoenzymes. So far two publications have reported a  

TOP-poisoning effect of RSV in cells. Leone et al. [4] reported a strong poisoning potential of RSV in 

human glioma cells, while Baechler et al. [18] showed a weak poisoning potential in human 

epidermoid cells. To the best of our knowledge there are no data available regarding the TOP II 

poisoning potential of RSV in human colon cancer cells. However, data so far seem to indicate a cell 

type specific potential of the polyphenol on TOP II.  

Figure 1. “Isolating in vivo complexes of enzyme to DNA” (ICE assay) for assessment of 

the level of topoisomerase (TOP) II covalently linked to DNA after co-incubation of  

HT-29 cells with resveratrol (RSV) and doxorubicin (DOX). Cells were pretreated with 

RSV in the indicated concentrations for 30 min, followed by 60 min of co-incubation 

together with 10 µM of DOX or incubated with the single compounds. Displayed are 

representative blots out of six independent experiments, which depict the cleavage 

complexes formed after incubation with the test substances or DMSO (solvent control) in 

the DNA-rich fractions for TOP IIα (A) and TOP IIβ (B). The chemiluminescence signal 

was quantified in relation to DOX and statistically analyzed by One-way ANOVA 

followed by Fisher’s least significant difference (LSD) test. Significances indicated as “a” 

refer to a comparison to DMSO, significances indicated as “b” to a comparison to DOX. 

All significances refer to a statistical level of p < 0.05. 
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Figure 1. Cont. 

 

A combination of 10 µM DOX with ≥100 µM RSV resulted in a significant decrease of the  

DOX-poisoning effects on TOP IIα. At ≥200 µM the cleavage complexes for TOP IIα were diminished 

by about 50% to a level not significantly different from the solvent control DMSO. The impact of RSV 

on the poisoning potential of DOX towards TOP IIβ was not as pronounced as for TOP IIα. A 

significant decrease of the level of DOX-stabilized cleavage complexes was only detected in the 

highest tested concentration of 250 µM RSV displaying a reduction of ~40%. This apparent 

isoenzyme-specific tendency might result from the known preference of DOX towards TOP IIα [19]. 

Nevertheless, the results of the ICE assay clearly demonstrate that RSV affects the poisoning potential 

of DOX in HT-29 cells. 

The underlying mechanism of interaction between RSV and DOX with respect to the formation of 

cleavage complexes is unclear. DOX itself acts by inhibiting the religation of the DNA during the 

catalytic cycle of the TOP II thereby trapping the enzyme at its substrate. Until today it has not been 

elucidated how RSV poisons the enzyme. Both compounds could therefore compete for the same 

target or even for the same sites of the TOP. This is a well-known effect for compounds that act as so 

called “catalytic inhibitors” on TOP like, for example, merbarone. This class of inhibitors does not 

lead to an increase in the formation of cleavage complexes but do also effectively block the catalytic 

activity of the enzyme. A combination of a poison as DOX with a catalytic inhibitor abrogates the 

effects of the poison on TOP II as both compounds compete for the enzyme [20,21]. The 

anthocyanidin delphinidin (DEL) for example has been reported to act as a catalytic inhibitor, 

decreasing the amount of formed cleavage complexes after incubation with DOX in a comparable 

B 
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extend as RSV [22]. Catalytic inhibitors can for example act in the interface between enzyme and 

DNA or inhibit the binding of ATP during the catalytic cycle of TOP II and are discussed to be used in 

parallel during chemotherapy to prevent non-carcinogenic tissue from the damaging effects of TOP 

poisons [20]. As a parallel treatment with RSV and DOX leads to the decrease in cleavage complex 

formation combinatory incubation might also influence the potential of DOX to induce  

enzyme-mediated DNA damage. Poisoning of TOP II leads to severe consequences with respect to 

DNA-dependent processes. Transcription and replication are effectively blocked, while the risk of 

torsional stress is rising and the likelihood for DNA strand breaks increases [7]. The suppression of the 

TOP-poisoning potential of DOX raises the question on the consequences for DNA integrity and 

antineoplastic effectiveness of DOX. If RSV indeed suppresses the formation of cleavage complexes 

in cells a decrease in DNA damage might be expected. 

2.2. Strand Breaking Potential 

The impact of RSV on the DNA-damaging potential of DOX was monitored by single cell gel 

electrophoresis (comet assay) (Figure 2). After one hour of incubation with DOX tail intensity 

increased significantly to ~6% in comparison to the solvent control (Figure 2). RSV itself enhanced the 

level of DNA strand breaks slightly (~2% tail intensity) but significantly at a concentration of 250 µM. 

The combinatory treatment with ≥50 µM RSV diminished the level of DOX-mediated DNA strand 

breaks significantly with a maximum protective effect at 100 µM RSV (~4% tail intensity), but not in a 

strict concentration-dependent manner. At 200 µM RSV an apparent recurrence of DNA damage was 

observed followed by a repeated decrease of DNA damage by combination of 250 µM RSV and DOX. 

The comparison of the calculated expected values and the measured values for the co-incubation of 

RSV and DOX revealed significant differences being most pronounced for a combination of DOX 

with 100 µM (p = 0.0006) and 250 µM RSV (p = 0.0001) indicating antagonistic effects. With rising 

concentrations RSV appeared to counteract the DNA-strand breaking potential of DOX with an 

apparent maximum effect at 100 µM. This is in accordance with the results obtained in the ICE assay. 

The significant decrease in cleavage complex formation after a combinatory treatment of RSV and 

DOX might lead in the consequence to a suppression of TOP- mediated DNA damage. However, the 

lack of strict dose-dependency in the comet assay with an intermediate recurrence of DNA-damage by  

co-incubation with 200 µM RSV hints at an overlay of different effects. Probably, the intrinsic  

DNA-strand breaking potential of RSV at ≥200 µM comes into account, presumably compensating 

partly the protective effect. Such a u-shaped curve in the modulation of DOX-induced DNA damage 

by polyphenols was already published by Esselen et al. [22], who showed that DEL suppresses the 

DOX-induced cleavage complex formation of TOP II in HT-29 cells. As a consequence DEL 

counteracts the DNA-strand breaking potential of DOX up to a maximum protective effect. Higher 

concentrations of the anthocyanidin lead to an increase in tail intensity, which is assumed to be caused 

by the DNA damaging properties of the polyphenol itself. However, in the present study a different 

trend was observed with a combination of 250 µM RSV and DOX. Here, tail intensity was diminished 

again. A modulation in the cellular concentration of DOX might contribute to this phenomenon. If 

indeed RSV influences the uptake of DOX in that way that the DOX-uptake is decreased, the  

DNA-damaging effects might be preferentially affected by RSV causing only minor DNA damage 
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after 1 h of incubation. A decrease in tail intensity in the comet assay as it is observed at the highest 

tested combination of 250 µM RSV and DOX might be a reasonable consequence. 

Figure 2. Impact of the single compounds and of combinatory treatments of RSV and 

DOX on DNA integrity in HT-29 cells in the comet assay. Cells were treated with the 

single compound RSV 1.5 h or pretreated with RSV in the indicated concentrations for 

30 min and subsequently co-incubated together with 10 µM DOX or incubated with the 

single compound DOX for 60 min. DMSO (1% v/v) served as solvent control. DNA 

damage is expressed as amount of nuclear DNA found in the comet tail (“tail intensity”). 

Statistical analysis was done by One-way ANOVA followed by Fisher’s least significant 

difference (LSD) test. Significances indicated as “a” refer to a comparison to DMSO, 

significances indicated as “b” to a comparison to DOX, significances indicated as “c” to a 

comparison of a RSV treatment with or without DOX in the respective concentration. All 

significances refer to a statistical level of p < 0.05. 

 

2.3. Intracellular Concentration of DOX 

The intracellular concentration of DOX after co-incubation with RSV was assessed by fluorescence 

spectroscopy at a wavelength of λex/em = 485/535 nm (Figure 3). RSV itself influenced the DOX signal 

at this wavelength in a negligible way (data not shown). 

Co-incubation of DOX with ≥200 µM RSV was found to decrease the intracellular concentration of 

DOX (Figure 3), whereby the underlying mechanism (e.g., decreased uptake or enhanced efflux) has 

not been elucidated so far. Nevertheless, this decline of the intracellular concentration might be indeed 

of relevance for the effectiveness of DOX on cleavage complex stabilization as well as on DNA strand 

breaking potential. However, a decrease in DOX-mediated cleavage complex stabilization monitored 

in the ICE assay (Figure 1) was already observed at concentrations of 100 µM. The impact of RSV on 
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the intracellular DOX concentration is therefore unlikely to be solely responsible for the suppression of 

the TOP II poisoning potential of DOX. Nevertheless, the decrease of the intracellular DOX 

concentration might indeed contribute to the decline of DOX-mediated DNA-damage in the presence 

of 250 µM RSV. The strand breaking effects observed at this concentration might indeed be 

preferentially influenced by RSV and might therefore explain the decline in tail intensity as the impact 

of DOX on DNA damage is diminished due to a decreased intracellular concentration. 

Figure 3. Intracellular concentration of DOX after 30 min of pre-treatment with RSV 

followed by 60 min of co-incubation in HT-29 cells. Intracellular concentration was 

assessed by fluorescence spectroscopy at a wavelength of λex/em = 485/535 nm. Statistical 

analysis was done by One-way ANOVA followed by Fisher’s least significant difference 

(LSD) test. Significances indicated as “a” refer to a comparison to DMSO, significances 

indicated as “b” to a comparison to DOX. All significances refer to a statistical level of  

p < 0.05. 
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So far, an opposite effect of RSV on the cellular concentration of DOX was reported in several 

studies. An increase in the cellular concentration of DOX was observed in human breast cancer  

cells [9,23,24], HepG2 and HELA cells [23]. In part, this was explained by a reduction of the 

permeability- glycoprotein (P-gp) pump activity and expression. However, HT-29 cells are known to 

express rather low levels of P-gp [25]. The influence of this parameter might therefore be negligible. A 

decreased cellular concentration in this cell type could be caused by cytotoxic effects influencing e.g., 

membrane integrity or cellular metabolism. We therefore investigated the impact of co-incubation  

on cytotoxicity. 

2.4. Cytotoxicity 

In order to monitor potential cytotoxic effects of the single compounds and of the combinations 

three different screening assays were conducted: the lactate dehydrogenase assay (LDH), the trypan 

blue exclusion assay and the WST-1 assay (Figure 4). 
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Figure 4. Cytotoxicity studies of incubation of RSV and DOX as single compounds or in 

combination (30 min pre-treatment with RSV or solvent, followed by 60 min  

co-incubation) in HT-29 cells. The lactate dehydrogenase (LDH) assay (A) as well as the 

trypan blue exclusion assay (B) monitor membrane integrity of the cells, while the WST-1 

assay (C) was used to assess mitochondrial activity. The solvent DMSO (1% v/v) served as 

negative control. Statistical analysis was done by One-way ANOVA followed by Fisher’s 

least significant difference (LSD) test. Significances indicated as “a” refer to a comparison 

to DMSO, significances indicated as “b” to a comparison to DOX, significances indicated 

as “c” to a comparison of a RSV treatment with or without DOX in the respective 

concentration. All significances refer to a statistical level of p < 0.05. 
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Figure 4. Cont. 
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The LDH assay as well as the trypan blue exclusion assay provide information on the integrity of 

the cell membrane. The former one measures the release of the cytosolic enzyme LDH in the 

supernatant while the latter one monitors the cellular exclusion of the dye trypan blue. Incubation of 

HT-29 cells with DOX alone for 60 min did not affect the LDH content of the supernatant. Only a 

combination of 200 µM RSV and 10 µM DOX significantly enhanced LDH activity by approx. 12%, 

but the observed increase differed not significantly from the effect of RSV as a single compound 

(Figure 4A). The trypan blue exclusion assay showed that treatment with DOX or RSV alone does not 

influence the viability of HT-29 cells under these conditions. In contrast to the results of the LDH 

assay, co-incubation of DOX with ≥100 µM RSV significantly decreased viability (Figure 4B).  

In the WST-1 the activity of mitochondrial dehydrogenases is assessed as a measure for 

cytotoxicity In accordance with the LDH assay and the trypan blue exclusion assay, treatment with 

DOX as a single compound for 60 min did not affect mitochondrial activity (Figure 4C). The single 

compound RSV significantly influenced mitochondrial activity of HT-29 cells only in the highest 

tested concentration of 250 µM. However, treatment with DOX in combination with different 

concentrations of RSV modulated the metabolic activity of the cells. Co-incubation with ≥200 µM 

RSV resulted in a significant decrease in mitochondrial activity (~85%) and differed significantly from 

treatment with DOX alone (~95%). Comparison of the results of the co-incubation experiments with 

calculated expected values based on the effects of the single compounds revealed a significant difference 

only for the combination of 250 µM RSV in the LDH assay (p = 0.036) and for 200 µM RSV (p = 0.040) 

in the trypan blue assay. As the significant differences between expected values and measured values are 

rather weak and do not show a continuous effect in the three different assays the results indicate an 

additive effects of the two compounds with respect to cytotoxicity after short-term incubation. 

In summary, only very weak cytotoxic effects were detected by three different assays for the single 

compounds after short-term incubation even after incubation with RSV concentrations as high as  

C 
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250 µM. This is in concordance with other publications showing that HT-29 cells are rather insensitive 

to potential cytotoxic effects of RSV [26,27]. Juan et al. [28] for example found no cytotoxic effects 

after 3 h of incubation with 400 µM RSV. In contrast to a treatment with the single compounds several 

cellular parameters of cytotoxicity were found to be influenced by the combination of RSV and DOX. 

The LDH assay and even more pronounced the trypan blue exclusion assay hint at a loss of membrane 

integrity/viability by treatment with a combination of RSV and DOX. Also the WST-1 assay indicated 

a decrease in mitochondrial activity after incubation of ≥200 µM RSV and DOX. In conclusion, the 

combination of DOX with RSV slightly enhanced the cytotoxic effects of the single compounds and 

indicates an additive effect in short-term toxicity for the combination of the polyphenol and  

the chemotherapeutic. 

The impact on membrane integrity might be of relevance for the observed decrease of the 

intracellular concentration of DOX in combination with ≥200 µM RSV. Moreover, it cannot be 

excluded that these cytotoxic effects might influence the results obtained in the comet assay. However, 

the question arises if the modulation of cytotoxicity by RSV is also of relevance for the inhibition of 

cell growth by DOX. 

2.5. Cell Growth Inhibition 

The impact of RSV on the growth inhibitory effects of DOX was studied in the sulforhodamine B 

(SRB) assay. The cells were pre-incubated with RSV for 60 min, followed by 23 h or 71 h of  

co-incubation with DOX (Figure 5). 

After 24 h incubation with RSV cell growth was significantly reduced in concentrations ≥50 µM 

(Figure 5A). The results of the co-incubation differ significantly from the treatment with the single 

compound RSV with one exception at the highest concentration of 250 µM. However, the extent of 

growth inhibition achieved by co-incubation was significantly lower than the expected value of additive 

effects of the single compounds at 200 µM (p = 0.0008) and 250 µM (p = 0.046) RSV + DOX , which 

indicates an abrogation of the additive effect observed in concentrations ≤100 µM. 

After 72 h incubation with RSV resulted in a potent concentration-dependent decline of cell growth 

up to a maximum growth inhibition of ~5% at 250 µM, which is comparable to previous results 

obtained in HT-29 cells [27,28] whereas after co-incubation the growth inhibition appeared to remain 

static at a level of about 20% and seem to reflect preferentially the growth inhibitory potential of DOX 

(Figure 5B). At higher RSV concentrations (≥100 µM RSV) the cell growth inhibition in combination 

with DOX was significantly lower than the expected value based on the sum of the effects of the single 

compounds (p = 0.0164 for 100 µM; p = 0.0036 for 200 µM; p = 0.0014 for 250 µM). Of note, in that 

concentration range RSV had a significant stronger impact on cell growth than the combination of the 

polyphenol and the chemotherapeutic. 
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Figure 5. Growth inhibition monitored by sulforhodamine B (SRB) assay after incubation 

of RSV and DOX as single compounds or in combination in HT-29 cells. Cells were 

incubated with the single compounds or by a pre-treatment of RSV in the indicated 

concentrations for 60 min and then co-incubated together with 10 µM of DOX for 

additional (A) 23 h or (B) 71 h. The solvent DMSO (1% v/v) served as negative control. 

Statistical analysis was done by One-way ANOVA followed by Fisher’s least significant 

difference (LSD) test. Significances indicated as “a” refer to a comparison to DMSO, 

significances indicated as “b” to a comparison to DOX, significances indicated as “c” to a 

comparison of a RSV treatment with or without DOX in the respective concentration. All 

significances refer to a statistical level of p < 0.05. 
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By trend the results of 24 h of incubation were comparable to the results of the short-term 

cytotoxicity experiments. The combination appeared to be more toxic in the presence of RSV than the 

single compounds. However, this trend was not further accomplished by the data obtained after 72 h of 

incubation. Here, the presence of DOX appeared to diminish the growth inhibitory potential of RSV. 

Comparison of the expected values calculated as the sum of the effects of the single compounds 

showed that a combination of high concentrations of RSV (≥200 µM) and DOX abrogates the additive 

effects observed at lower concentrations. This is in contrast to reports on combinatory effects of RSV 

and DOX in human breast cancer cells, where a synergistic mode of action for RSV and DOX is 

proposed [9,24]. On the other hand, Al-Abd et al. [23] reported a synergistic interaction of RSV and 

DOX on the cell growth of human breast cancer cells, but additive effects on human cervical 

adenocarcinoma and hepatocarcinoma cells after 72 h of incubation. Further on, studies focusing on 

cardiomyocytes revealed a protective effect of RSV on DOX-induced toxicity [14]. To our knowledge, 

no data on the effects of respective combinations in colon cells is available so far. The results 

published on other cell types hint at a cell-type dependent mode of interaction, which might explain the 

diverging results obtained in HT-29 cells where short-term effects implies an additive effect, while the 

impact of RSV on cell growth inhibition seems to be negligible. 

The present data demonstrate that in HT-29 colon carcinoma cells RSV antagonizes the  

TOP-poisoning effectiveness of DOX as well as the DNA-damaging potential. The decrease of the 

DOX poisoning potential by RSV might be caused by RSV acting rather as catalytic inhibitor than as 

poison in HT-29 cells. The chemotherapeutic aclarubicin for example is also known to be capable of 

poisoning TOP I and of inhibiting the enzyme catalytically, while the way of action is dependent on 

the concentration applied. Catalytic inhibitors are clinically of relevance as they are reported to reduce 

severe side effects of TOP poisons during chemotherapy [20]. The data of this work indicates a 

potential preventive effect of RSV on colonic tissue with respect to DNA damaging properties and 

TOP poising of DOX. Unfortunately, this effect is not further accomplished by the data according to 

cytotoxic effects. Despite of the reduced TOP poising potential of DOX a combinatory treatment of 

DOX and RSV indicates an additive cytotoxic effect after short-term exposure and only negligible 

influence of RSV on cell growth. Further molecular pathways might therefore be involved. DOX is for 

example also known to generate ROS [29,30], while RSV as many polyphenols shows an antioxidant 

potential in lower concentrations and a prooxidative potential in higher concentrations [31]. It has been 

reported that the antioxidant potential of RSV might counteract the cardiotoxic potential of  

DOX [12–14]. Interestingly, previous work reported an induction of apoptosis by RSV through the 

generation of ROS in mitochondria in HT-29 cells [28,32]. Further on, very recent work revealed an 

involvement of TOP IIβ in DOX- mediated cardiotoxicity [33].  

Co-exposition of RSV with DOX might arise from the development of combinatory strategies of 

promising bioactive natural compounds with classical chemotherapeutics. However, considering the 

increasing popularity of RSV as already available food supplement, intake of respective supplements 

by patients under chemotherapy might occur. In the present study, interference of RSV with DOX 

effectiveness was observed in a concentration range exceeding 50 µM RSV, thus exceeding by far the 

expected plasma concentration, which does not exceed ~5 µM even after oral doses as high as 5 g [34,35]. 

However, despite known low systemic bioavailability of RSV, locally in the gastrointestinal tract 

bioactive concentrations might occur after supplement consumption. Patel et al. [36] reported a 
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significant reduction of tumor cell proliferation in colon cancer patients after oral intake of RSV. In 

addition, recently oral intake of blackberry extract was demonstrated to suppress the TOP-poisoning 

and DNA-damaging potential of i.p. applied irinotecan in Wistar rats [37], demonstrating that orally 

applied bioactive natural products with low systemic bioavailability might provide protective 

properties against the genotoxic potential of systemically applied chemotherapeutics in colonic tissue.  

3. Experimental Section  

3.1. Chemicals  

All chemicals were purchased from Carl Roth GmbH + CO. KG (Karlsruhe, Germany) and from 

Sigma-Aldrich Chemie GmbH (Taufkirchen, Germany) or as indicated separately.  

3.2. Cell Culture and Treatment 

The human colon cancer cell line HT-29 was purchased from the Leibnitz Institute DSMZ- German 

Collection of Microorganisms and Cell Cultures (Braunschweig, Germany). The cells were kept at  

37 °C and 5% CO2 under humidified atmosphere. The culture of the cells was carried out in DMEM 

supplemented with 10% (v/v) heat-inactivated fetal calf serum (FCS) and 1% (v/v) 

penicillin/streptomycin (InvitrogenTM Life Technologies, Karlsruhe, Germany). Treatment of the cells 

was done in serum-free medium for the short-term incubations and with serum-supplemented medium 

for the long-term incubation experiments, with a final solvent control concentration of 1% (v/v) 

DMSO. For co-incubation experiments the cells were pre-treated with different concentrations of RSV 

for 30 min and thereafter co-incubated for 60 min with 10 µM of DOX and RSV. Long-term 

incubation was done by 60 min of pre-treatment followed by 23 h or 71 h of co-incubation. The 

concentration range for RSV was chosen based on preliminary studies. 

3.3. Isolating in Vivo Complexes of Enzyme to DNA Assay (ICE Assay) 

For the monitoring of the TOP inhibiting potential the ICE assay was performed as described by 

Subramanian et al. [38] with slight modifications. Here, 5 × 106 cells were seeded in 15 cm Petri 

dishes and allowed to attach for 48 h. After treatment the cells were harvested by the addition of lysis 

buffer (10 mM Tris, pH 8.0, 1 mM EDTA, 1% w/v N-lauroylsarcosin). The cell lysate was laid on the 

cesium chloride gradient and centrifuged for 24 h at 100,000× g in order to separate free TOP II from 

TOP II bound to the DNA (cleavage complexes). Thereafter, each sample was split into 20 fractions 

and the DNA content was measured by a NanoDrop 2000c Spectrophotometer (Thermo Fisher 

Scientific, Waltham, MA, USA). The TOP II complexes are found in the same fractions as the DNA 

(usually between fraction 8-11). These DNA-rich fractions were blotted on a nitrocellulose membrane 

and the complex formed by TOP II and DNA were detected by chemiluminescence measurements 

using antibodies against TOP IIα (H-231) and TOP IIβ (H-286) as first antibodies and a compatible 

HRP-conjugated antibody as second antibody (Santa Cruz Biotechnology, Dallas, TX, USA). The 

quantification of the arbitrary light units signal was done with the software Multi Gauge V 3.2 

(Fujifilm, Tokyo, Japan) by referring to the control DOX. 
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3.4. Comet Assay 

To detect potential DNA damaging or protective effects after co-incubation of RSV and DOX the 

single strand gel electrophoresis assay (comet assay) was performed as described by Tice et al. [39] 

with slight modifications. Shortly, 3 × 105 cells were seeded in Petri dishes (diameter of 5 cm) and 

allowed to grow 48 h. After incubation the cells were harvested by trypsin treatment and viability as 

well as cell number was assessed using the trypan blue exclusion assay. An aliquot of 3 × 104 cells per 

sample were embedded in 0.8% (w/v) low melting agarose and transferred on a slide. Cell lysis was 

performed in a buffer containing 89 mL lysis buffer stock solution (2.5 M NaCl, 100 mM EDTA,  

100 mM Tris pH, 1% w/v N-lauroylsarcosin, pH 8.0), 10 mL DMSO and 1% (v/v) Triton-X 100 for  

24 h at 4 °C. Thereafter the samples were allowed to equilibrate in the electrophoresis buffer (200 mM 

NaOH, 1 mM EDTA, pH 13.5) for 20 min before starting the electrophoresis (20 min, 300 mA). After 

staining of the cells with 10 µg/mL ethidium bromide solution the tail intensity (amount of nuclear 

DNA found in the tail) was determined by the software CometIV (Perceptive Instruments, Suffolk, UK).  

3.5. Intracellular Concentration of DOX 

For assessing the potential modulation of the intracellular concentration of DOX a plate reader 

based method according to Wong et al. [40] was performed. Here, 3 × 104 cells were seeded in each 

well of a 96-well plate and allowed to attach for 48 h. After incubation the cells were washed twice 

with PBS and thereafter lysed by the addition of 100 µL of 1% (v/v) Triton-X 100 in PBS. After  

10 min of shaking the fluorescent signal was measured at a wavelength of λex/em = 485/535 nm. For 

quantification a standard curve of DOX was prepared by mixing the cell lysate of untreated cells with 

different concentrations of DOX. The background fluorescence was assessed by measuring the 

fluorescence signals of wells that contained untreated cells. In addition, a potential quenching of the 

DOX signal by RSV was monitored by measuring the fluorescence signal of a mixture of different 

RSV concentrations and DOX dissolved in PBS. The calculation of the intracellular concentration was 

done by referring to the control DOX. The data is therefore given as percentage of DOX treated cells. 

3.6. Cytotoxicity 

In order to evaluate the impact of RSV on the toxicity of DOX after 1.5 h of incubation three 

different cytotoxicity assays were performed.  

3.6.1. Lactate Dehydrogenase Assay (LDH- Assay) 

For the LDH assay 3 × 104 cells were seeded in each well of a 96-well plate and allowed to attach 

for 48 h. After incubation the supernatant was transferred to a new 96-well plate and the amount of 

enzyme in the supernatant was assessed by the commercial available LDH kit (Roche Applied Science, 

Mannheim, Germany). After photometrical measurements at a wavelength of λ = 490 nm analysis was 

done by calculating the percentage of LDH activity in the supernatant in relation to the positive control 

Triton X-100 (1% v/v), which was set to 100%. 
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3.6.2. Trypan Blue Exclusion Assay 

For the trypan blue exclusion assay 3 × 105 cells were seeded in Petri dishes and allowed to grow 

for 48 h. After incubation cells were harvested by trypsin treatment and incubated in trypan blue 

solution for 2 min in a proportion of 1:10. The viability was assessed by manual counting the overall 

number of cells and the ones that were stained blue (interpreted as “dead”). 

3.6.3. WST-1 Assay 

The mitochondrial activity of the cells was monitored with the help of the commercial available 

WST-1 test kit (Roche Applied Science). As described in the protocol of the kit an appropriate number 

of cells (3 × 104 per well) were seeded in a 96-well plate. After incubation the cells were washed twice 

with PBS and incubated for 20 min at 37 °C with 10 µL of the WST-1 reagent solved in 100 µL of 

serum-free DMEM. Thereafter the mitochondrial activity of the cells was assessed by photometric 

measurements at a wavelength of λ = 490 nm using a plate reader (Victor3 V, PerkinElmer, Waltham, 

MA, USA). Analysis was done by calculating the percentage of mitochondrial activity in relation to 

the solvent control DMSO. Triton-X 100 (1% v/v) served as positive control. 

3.7. Cell Growth Inhibition (Sulforhodamine B Assay) 

To investigate long term effects of a combination of RSV and DOX on the proliferation of HT-29 

cells the sulforhodamine B (SRB) assay was conducted. As HT-29 cells have a doubling time between 

40 to 60 h according to the Leibnitz Institute DSMZ (German Collection of Microorganisms and Cell 

Cultures) the assay was performed after 24 h and 72 h of incubation. For the 24 h incubation duration  

1 × 104 cells were spread into each well of a 96-well plate. For 72 h of incubation 3 × 103 cells were 

used. Cells were allowed to attach for 48 h. Thereafter the cells were incubated with the respective 

concentration of RSV. For the co-incubation experiments cells were treated with RSV for 60 min, 

followed by a co-incubation with RSV and DOX or by a single treatment with DOX for 23 h or 71 h. 

Incubation was carried out in medium supplemented with 10% fetal bovine serum to assure proper 

proliferation conditions. After cell fixation by the addition of 10 µL of trichloroacetic acid (50% w/v) 

the cell protein was stained by the addition of 0.4% (w/v) sulforhodamine B solution for 1 h. After 

drying the dye was dissolved in Tris buffer (10 mM, pH 10.0) and a photometrical measurement was 

performed at a wavelength of 570 nm. The growth inhibitory effect was calculated as percentage of 

DMSO treated cells. 

3.8. Statistics 

Results are given as mean ± SD of at least four independently performed experiments. Statistical 

analysis was done by using the software OriginPro 9.0G (OriginLab Corporation, MA, USA). For 

normality testing the Shapiro-Wilk test was used (p > 0.05). A comparison of different groups was 

done by One-way ANOVA followed by Fisher’s least significant difference (LSD) test. A significance 

level of p < 0.05 was considered as significant and is illustrated in every figure.by letters. 

The “expected value” was calculated after the concept of “response addition” by the addition of the 

measured values of the single compounds [41,42]:  
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	expected value ሾ%ሿ = meansubtance 1 ሾ%ሿ + meansubtance 2 ሾ%ሿ - meansubtance 1 ሾ%ሿ × meansubtance 2 [%] 

The standard error of the mean (SEM) was calculated as follows: 

SEM  = ට(SEMsubstance 1)2 + (SEMsubstance 2)2 

The statistical comparison of the expected value with the measured value was done by performing 

the unpaired Student’s t-test. A statistical significant difference expresses either an effect that is less 

than the expected additive effect (measured value < expected value) or an effect that is more than the 

expected additive effect (measured value > expected value). No statistical significance is regarded as 

additive effect. 

4. Conclusions  

In this study we investigated the impact of RSV on the genotoxic and cytotoxic potential of DOX 

with special emphasis on TOP II. We are the first to show that RSV modulates the DOX-induced 

formation of TOP II-DNA complexes in cells. As a consequence, RSV also shows protective effects on 

DOX-induced DNA strand breaks, though the protective effect were found in a rather narrow 

concentration range. Further on, the polyphenol influences the intracellular concentration of DOX. 

This might be caused by the reported enhanced cytotoxicity after 1.5 h and 24 h of a combined 

incubation. However, the present study demonstrates that further investigations are needed to clarify 

whether consumption of RSV supplements during chemotherapy affects the effectiveness of the 

treatment and, if not so, whether RSV might be useful as a protective factor for the colonic tissue 

during therapy. 

Acknowledgments 

This study was supported by the “BioProMotion” Bioactivity and Metabolism grant from the 

University of Vienna, Austria. This article was supported by the Open Access Publishing Fund of the 

University of Vienna. 

Author Contributions 

Performance of all experiments, analysis of data, generating of figures and writing of the 

manuscript: Anika Schroeter; Experimental guidance, providing of the laboratory, funding and 

proofreading of the manuscript: Doris Marko  

Conflicts of Interest 

The authors declare no conflict of interest. 

References 

1. Langcake, P.; Pryce, R.J. The production of resveratrol by Vitis vinifera and other members of the 

Vitaceae as a response to infection or injury. Physiol. Plant Pathol. 1976, 9, 77–86. 



Molecules 2014, 19 20070 

 

 

2. Baur, J.A.; Sinclair, D.A. Therapeutic potential of resveratrol: The in vivo evidence. Nat. Rev. 

Drug Discov. 2006, 5, 493–506. 

3. Aggarwal, B.B.; Bhardwaj, A.; Aggarwal, R.S.; Seeram, N.P.; Shishodia, S.; Takada, Y. Role of 

resveratrol in prevention and therapy of cancer: Preclinical and clinical studies. Anticancer Res. 

2004, 24, 2783–2840. 

4. Leone, S.; Basso, E.; Polticelli, F.; Cozzi, R. Resveratrol acts as a topoisomerase II poison in 

human glioma cells. Int. J. Cancer 2012, 131, E173–E178. 

5. Pommier, Y.; Leo, E.; Zhang, H.; Marchand, C. DNA Topoisomerases and Their Poisoning by 

Anticancer and Antibacterial Drugs. Chem. Biol. 2010, 17, 421–433. 

6. McClendon, A.K.; Osheroff, N. DNA Topoisomerase II, Genotoxicity and Cancer. Mutat. Res. 

2007, 623, 83–97. 

7. Nitiss, J.L. Targeting DNA topoisomerase II in cancer chemotherapy. Nat. Rev. Cancer 2009, 9, 

338–350. 

8. Granados-Principal, S.; Quiles, J.L.; Ramirez-Tortosa, C.L.; Sanchez-Rovira, P.;  

Ramirez-Tortosa, M.C. New advances in molecular mechanisms and the prevention of adriamycin 

toxicity by antioxidant nutrients. Food Chem. Toxicol. 2010, 48, 1425–1438. 

9. Kim, T.H.; Shin, Y.J.; Won, A.J.; Lee, B.M.; Choi, W.S.; Jung, J.H.; Chung, H.Y.; Kim, H.S. 

Resveratrol enhances chemosensitivity of doxorubicin in multidrug-resistant human breast cancer 

cells via increased cellular influx of doxorubicin. Biochim. Biophys. Acta 2014, 1840, 615–625. 

10. Osman, A.M.; Bayoumi, H.M.; Al-Harthi, S.E.; Damanhouri, Z.A.; Elshal, M.F. Modulation of 

doxorubicin cytotoxicity by resveratrol in a human breast cancer cell line. Cancer Cell. Int. 2012, 

12, 47. 

11. Mohanty, R.K.; Thennarasu, S.; Mandal, A.B. Resveratrol stabilized gold nanoparticles enable 

surface loading of doxorubicin and anticancer activity. Colloids Surf. B Biointerfaces 2014, 114, 

138–143. 

12. Arafa, M.H.; Mohammad, N.S.; Atteia, H.H.; Abd-Elaziz, H.R. Protective effect of resveratrol against 

doxorubicin-induced cardiac toxicity and fibrosis in male experimental rats. J. Physiol. Biochem. 

2014, 70, 701–711. 

13. Dutta, D.; Xu, J.; Dirain, M.L.; Leeuwenburgh, C. Calorie restriction combined with resveratrol 

induces autophagy and protects 26-month-old rat hearts from doxorubicin-induced toxicity.  

Free Radic. Biol. Med. 2014, 74, 252–262. 

14. Danz, E.D.; Skramsted, J.; Henry, N.; Bennett, J.A.; Keller, R.S. Resveratrol prevents doxorubicin 

cardiotoxicity through mitochondrial stabilization and the Sirt1 pathway. Free Radic. Biol. Med. 

2009, 46, 1589–1597. 

15. Raederstorff, D.; Kunz, I.; Schwager, J. Resveratrol, from experimental data to nutritional 

evidence: the emergence of a new food ingredient. Ann. N. Y. Acad. Sci. 2013, 1290, 136–141. 

16. Esselen, M.; Fritz, J.; Hutter, M.; Teller, N.; Baechler, S.; Boettler, U.; Marczylo, T.H.;  

Gescher, A.J.; Marko, D. Anthocyanin-rich extracts suppress the DNA-damaging effects of 

topoisomerase poisons in human colon cancer cells. Mol. Nutr. Food Res. 2011, 54, 1–11. 

17. Baechler, S.A.; Schroeter, A.; Walker, J.; Aichinger, G.; Marko, D. Oxidative metabolism enhances 

the cytotoxic and genotoxic properties of the soy isoflavone daidzein. Mol. Nutr. Food Res. 2014, 

58, 1269–1281. 



Molecules 2014, 19 20071 

 

 

18. Baechler, S.A.; Schroeter, A.; Dicker, M.; Steinberg, P.; Marko, D. Topoisomerase II-Targeting 

Properties of a Grapevine-Shoot Extract and Resveratrol Oligomers. J. Agric. Food Chem 2014, 

62, 780–788. 

19. Pommier, Y. Drugging topoisomerases: Lessons and challenges. ACS Chem. Biol. 2013, 8, 82–95. 

20. Larsen, A.K.; Escargueil, A.E.; Skladanowski, A. Catalytic topoisomerase II inhibitors in cancer 

therapy. Pharmacol. Ther. 2003, 99, 167–181. 

21. Jensen, P.B.; Sehested, M. DNA Topoisomerase II rescue by Catalyti Inhibitors.  

Biochem. Pharmacol. 1997, 54, 755–759. 

22. Esselen, M.; Fritz, J.; Hutter, M.; Marko, D. Delphinidin Modulates the DNA-Damaging 

Properties of Topoisomerase II Poisons. Chem. Res. Toxicol. 2009, 22, 554–564. 

23. Al-Abd, A.M.; Mahmoud, A.M.; El-Sherbiny, G.A.; El-Moselhy, M.A.; Nofal, S.M.;  

El-Latif, H.A.; El-Eraky, W.I.; El-Shemy, H.A. Resveratrol enhances the cytotoxic profile of 

docetaxel and doxorubicin in solid tumour cell lines in vitro. Cell Prolif. 2011, 44, 591–601. 

24. Huang, F.; Wu, X.N.; Chen, J.; Wang, W.X.; Lu, Z.F. Resveratrol reverses multidrug resistance in 

human breast cancer doxorubicin-resistant cells. Exp. Ther. Med. 2014, 7, 1611–1616. 

25. Gomez-Martinez, A.; Garcia-Morales, P.; Carrato, A.; Castro-Galache, M.D.; Soto, J.L.; 

Carrasco-Garcia, E.; Garcia-Bautista, M.; Guaraz, P.; Ferragut, J.A.; Saceda, M. Post-transcriptional 

regulation of P-glycoprotein expression in cancer cell lines. Mol. Cancer Res. 2007, 5, 641–653. 

26. Nutakul, W.; Sobers, H.S.; Qiu, P.; Dong, P.; Decker, E.A.; McClements, D.J.; Xiao, H. 

Inhibitory effects of resveratrol and pterostilbene on human colon cancer cells: a side-by-side 

comparison. J. Agric. Food Chem. 2011, 59, 10964–10970. 

27. Gonzalez-Sarrias, A.; Gromek, S.; Niesen, D.; Seeram, N.P.; Henry, G.E. Resveratrol oligomers 

isolated from Carex species inhibit growth of human colon tumorigenic cells mediated by cell 

cycle arrest. J. Agric. Food Chem. 2011, 59, 8632–8638. 

28. Juan, M.E.; Wenzel, U.; Daniel, H.; Planas, J.M. Resveratrol induces apoptosis through  

ROS-dependent mitochondria pathway in HT-29 human colorectal carcinoma cells. J. Agric. 

Food Chem. 2008, 56, 4813–4818. 

29. Gewirtz, D.A. A critical evaluation of the mechanisms of action proposed for the antitumor effects 

of the anthracycline antibiotics adriamycin and daunorubicin. Biochem. Pharmacol. 1999, 57,  

727–741. 

30. Mizutani, H.; Tada-Oikawa, S.; Hiraku, Y.; Kojima, M.; Kawanishi, S. Mechanism of apoptosis 

induced by doxorubicin through the generation of hydrogen peroxide. Life Sci. 2005, 76,  

1439–1453. 

31. Pervaiz, S.; Holme, A.L. Resveratrol: Its biologic targets and functional activity.  

Antioxid. Redox Signal. 2009, 11, 2851–2897. 

32. Hwang, J.T.; Kwak, D.W.; Lin, S.K.; Kim, H.M.; Kim, Y.M.; Park, O.J. Resveratrol induces 

apoptosis in chemoresistant cancer cells via modulation of AMPK signaling pathway. Ann. N. Y. 

Acad. Sci. 2007, 1095, 441–448. 

33. Zhang, S.; Liu, X.B.; Bawa-Khalfe, T.; Lu, L.S.; Lyu, Y.L.; Liu, L.F.; Yeh, E.T.H. Identification 

of the molecular basis of doxorubicin-induced cardiotoxicity. Nat. Med. 2012, 18, 1639–1642. 
  



Molecules 2014, 19 20072 

 

 

34. Boocock, D.J.; Faust, G.E.; Patel, K.R.; Schinas, A.M.; Brown, V.A.; Ducharme, M.P.;  

Booth, T.D.; Crowell, J.A.; Perloff, M.; Gescher, A.J.; et al. Phase I dose escalation 

pharmacokinetic study in healthy volunteers of resveratrol, a potential cancer chemopreventive 

agent. Cancer Epidemiol. Biomark. Prev. 2007, 16, 1246–1252. 

35. Brown, V.A.; Patel, K.R.; Viskaduraki, M.; Crowell, J.A.; Perloff, M.; Booth, T.D.; Vasilinin, G.; 

Sen, A.; Schinas, A.M.; Piccirilli, G.; et al. Repeat dose study of the cancer chemopreventive 

agent resveratrol in healthy volunteers: safety, pharmacokinetics, and effect on the insulin-like 

growth factor axis. Cancer Res. 2010, 70, 9003–9011. 

36. Patel, K.R.; Brown, V.A.; Jones, D.J.; Britton, R.G.; Hemingway, D.; Miller, A.S.; West, K.P.; 

Booth, T.D.; Perloff, M.; Crowell, J.A.; et al. Clinical Pharmacology of Resveratrol and ist 

Metabolites in Colorectal Cancer Patients. Cancer Res. 2010, 70, 7392–7399. 

37. Esselen, M.; Barth, S.W.; Winkler, S.; Baechler, S.; Briviba, K.; Watzl, B.; Skrbek, S.; Marko, D. 

Anthocyanins suppress the cleavable complex formation by irinotecan and diminish its  

DNA-strand-breaking activity in the colon of Wistar rats. Carcinogenesis 2013, 34, 835–840. 

38. Subramanian, D.; Furbee, C.; Muller, M. ICE bioassay. Isolating in vivo complexes of enzyme to 

DNA. Meth. Mol. Biol. 2001, 95, 137–147. 

39. Tice, R.R.; Agurell, A.; Anderson, D.; Burlinson, B.; Hartmann, A.; Kobayashi, H.; Miyamae, Y.; 

Rojas, E.; Ryu, J.-C.; Sasaki, Y.F. Single Cell Gel/Comet Assay: Guidelines for in Vitro and in 

Vivo Genetic Toxicology Testing. Environ. Mol. Mutagen. 2000, 35, 206–221. 

40. Wong, H.L.; Bendayan, R.; Rauth, A.M.; Xue, H.Y.; Babakhanian, K.; Wu, X.Y. A mechanistic 

study of enhanced doxorubicin uptake and retention in multidrug resistant breast cancer cells 

using a polymer-lipid hybrid nanoparticle system. J. Pharmacol. Exp. Ther. 2006, 317, 1372–1381. 

41. Cassee, F.R.; Groten, J.P.; van Bladeren, P.J.; Feron, V.J. Toxicological evaluation and risk 

assessment of chemical mixtures. Crit. Rev. Toxicol. 1998, 28, 73–101. 

42. Knecht, A.; Schwerdt, G.; Gekle, M.; Humpf, H.U. Combinatory effects of citrinin and ochratoxin 

A in immortalized human proximal tubule cells. Mycotoxin Res. 2005, 21, 176–181. 

Sample Availability: All compounds are commercially available as described in the experimental section.  

© 2014 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/4.0/). 



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 15%)
  /CalRGBProfile (Adobe RGB \0501998\051)
  /CalCMYKProfile (Coated FOGRA39 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket true
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /UseDeviceIndependentColor
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue true
  /ColorSettingsFile (Europe Prepress)
  /AlwaysEmbed [ true
    /AgencyFB-Bold
    /AgencyFB-Reg
    /Aharoni-Bold
    /Algerian
    /Andalus
    /AngsanaNew
    /AngsanaNew-Bold
    /AngsanaNew-BoldItalic
    /AngsanaNew-Italic
    /AngsanaUPC
    /AngsanaUPC-Bold
    /AngsanaUPC-BoldItalic
    /AngsanaUPC-Italic
    /Aparajita
    /Aparajita-Bold
    /Aparajita-BoldItalic
    /Aparajita-Italic
    /ArabicTypesetting
    /Arial-Black
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeMS
    /BaskOldFace
    /Batang
    /BatangChe
    /Bauhaus93
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BlackadderITC-Regular
    /BodoniMT
    /BodoniMTBlack
    /BodoniMTBlack-Italic
    /BodoniMT-Bold
    /BodoniMT-BoldItalic
    /BodoniMTCondensed
    /BodoniMTCondensed-Bold
    /BodoniMTCondensed-BoldItalic
    /BodoniMTCondensed-Italic
    /BodoniMT-Italic
    /BodoniMTPosterCompressed
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolSeven
    /BradleyHandITC
    /BritannicBold
    /Broadway
    /BrowalliaNew
    /BrowalliaNew-Bold
    /BrowalliaNew-BoldItalic
    /BrowalliaNew-Italic
    /BrowalliaUPC
    /BrowalliaUPC-Bold
    /BrowalliaUPC-BoldItalic
    /BrowalliaUPC-Italic
    /BrushScriptMT
    /Calibri
    /Calibri-Bold
    /Calibri-BoldItalic
    /Calibri-Italic
    /Calibri-Light
    /Calibri-LightItalic
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-BoldItalic
    /CalistoMT-Italic
    /Cambria
    /Cambria-Bold
    /Cambria-BoldItalic
    /Cambria-Italic
    /CambriaMath
    /Candara
    /Candara-Bold
    /Candara-BoldItalic
    /Candara-Italic
    /Castellar
    /Centaur
    /Century
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Chiller-Regular
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /Consolas
    /Consolas-Bold
    /Consolas-BoldItalic
    /Consolas-Italic
    /Constantia
    /Constantia-Bold
    /Constantia-BoldItalic
    /Constantia-Italic
    /CooperBlack
    /CopperplateGothic-Bold
    /CopperplateGothic-Light
    /Corbel
    /Corbel-Bold
    /Corbel-BoldItalic
    /Corbel-Italic
    /CordiaNew
    /CordiaNew-Bold
    /CordiaNew-BoldItalic
    /CordiaNew-Italic
    /CordiaUPC
    /CordiaUPC-Bold
    /CordiaUPC-BoldItalic
    /CordiaUPC-Italic
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CurlzMT
    /DaunPenh
    /David
    /David-Bold
    /DFKaiShu-SB-Estd-BF
    /DilleniaUPC
    /DilleniaUPCBold
    /DilleniaUPCBoldItalic
    /DilleniaUPCItalic
    /DokChampa
    /Dotum
    /DotumChe
    /Ebrima
    /Ebrima-Bold
    /EdwardianScriptITC
    /Elephant-Italic
    /Elephant-Regular
    /EngraversMT
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /EstrangeloEdessa
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EucrosiaUPC
    /EucrosiaUPCBold
    /EucrosiaUPCBoldItalic
    /EucrosiaUPCItalic
    /EuphemiaCAS
    /FangSong
    /FelixTitlingMT
    /FencesPlain
    /FootlightMTLight
    /ForteMT
    /FranklinGothic-Book
    /FranklinGothic-BookItalic
    /FranklinGothic-Demi
    /FranklinGothic-DemiCond
    /FranklinGothic-DemiItalic
    /FranklinGothic-Heavy
    /FranklinGothic-HeavyItalic
    /FranklinGothic-Medium
    /FranklinGothic-MediumCond
    /FranklinGothic-MediumItalic
    /FrankRuehl
    /FreesiaUPC
    /FreesiaUPCBold
    /FreesiaUPCBoldItalic
    /FreesiaUPCItalic
    /FreestyleScript-Regular
    /FrenchScriptMT
    /Gabriola
    /Gadugi
    /Gadugi-Bold
    /Garamond
    /Garamond-Bold
    /Garamond-Italic
    /Gautami
    /Gautami-Bold
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansMT
    /GillSansMT-Bold
    /GillSansMT-BoldItalic
    /GillSansMT-Condensed
    /GillSansMT-ExtraCondensedBold
    /GillSansMT-Italic
    /GillSans-UltraBold
    /GillSans-UltraBoldCondensed
    /Gisha
    /Gisha-Bold
    /GloucesterMT-ExtraCondensed
    /GoudyOldStyleT-Bold
    /GoudyOldStyleT-Italic
    /GoudyOldStyleT-Regular
    /GoudyStout
    /Gulim
    /GulimChe
    /Gungsuh
    /GungsuhChe
    /Haettenschweiler
    /HarlowSolid
    /Harrington
    /HighTowerText-Italic
    /HighTowerText-Reg
    /Impact
    /ImprintMT-Shadow
    /InformalRoman-Regular
    /IrisUPC
    /IrisUPCBold
    /IrisUPCBoldItalic
    /IrisUPCItalic
    /IskoolaPota
    /IskoolaPota-Bold
    /JasmineUPC
    /JasmineUPCBold
    /JasmineUPCBoldItalic
    /JasmineUPCItalic
    /Jokerman-Regular
    /JuiceITC-Regular
    /KaiTi
    /Kalinga
    /Kalinga-Bold
    /Kartika
    /Kartika-Bold
    /KhmerUI
    /KhmerUI-Bold
    /KodchiangUPC
    /KodchiangUPCBold
    /KodchiangUPCBoldItalic
    /KodchiangUPCItalic
    /Kokila
    /Kokila-Bold
    /Kokila-BoldItalic
    /Kokila-Italic
    /KristenITC-Regular
    /KunstlerScript
    /LaoUI
    /LaoUI-Bold
    /Latha
    /Latha-Bold
    /LatinWide
    /Leelawadee
    /LeelawadeeBold
    /Leelawadee-Bold
    /LevenimMT
    /LevenimMT-Bold
    /LilyUPC
    /LilyUPCBold
    /LilyUPCBoldItalic
    /LilyUPCItalic
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSans-TypewriterBoldOblique
    /LucidaSans-TypewriterOblique
    /LucidaSansUnicode
    /Magneto-Bold
    /MaiandraGD-Regular
    /MalgunGothic
    /MalgunGothicBold
    /MalgunGothicRegular
    /Mangal
    /Mangal-Bold
    /Marlett
    /MaturaMTScriptCapitals
    /Meiryo
    /Meiryo-Bold
    /Meiryo-BoldItalic
    /Meiryo-Italic
    /MeiryoUI
    /MeiryoUI-Bold
    /MeiryoUI-BoldItalic
    /MeiryoUI-Italic
    /MicrosoftHimalaya
    /MicrosoftJhengHeiBold
    /MicrosoftJhengHeiRegular
    /MicrosoftJhengHeiUIBold
    /MicrosoftJhengHeiUIRegular
    /MicrosoftNewTaiLue
    /MicrosoftNewTaiLue-Bold
    /MicrosoftPhagsPa
    /MicrosoftPhagsPa-Bold
    /MicrosoftSansSerif
    /MicrosoftTaiLe
    /MicrosoftTaiLe-Bold
    /MicrosoftUighur
    /MicrosoftUighur-Bold
    /MicrosoftYaHei
    /MicrosoftYaHei-Bold
    /MicrosoftYaHeiUI
    /MicrosoftYaHeiUI-Bold
    /Microsoft-Yi-Baiti
    /MingLiU
    /MingLiU-ExtB
    /Ming-Lt-HKSCS-ExtB
    /Ming-Lt-HKSCS-UNI-H
    /Miriam
    /MiriamFixed
    /Mistral
    /Modern-Regular
    /MongolianBaiti
    /MonotypeCorsiva
    /MoolBoran
    /MS-Gothic
    /MS-Mincho
    /MS-PGothic
    /MS-PMincho
    /MSReferenceSansSerif
    /MSReferenceSpecialty
    /MS-UIGothic
    /MT-Extra
    /MTExtraTiger
    /MVBoli
    /Narkisim
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NirmalaUI
    /NirmalaUI-Bold
    /NSimSun
    /Nyala-Regular
    /OCRAExtended
    /OldEnglishTextMT
    /Onyx
    /PalaceScriptMT
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /Papyrus-Regular
    /Parchment-Regular
    /Perpetua
    /Perpetua-Bold
    /Perpetua-BoldItalic
    /Perpetua-Italic
    /PerpetuaTitlingMT-Bold
    /PerpetuaTitlingMT-Light
    /PlantagenetCherokee
    /Playbill
    /PMingLiU
    /PMingLiU-ExtB
    /PoorRichard-Regular
    /Pristina-Regular
    /Raavi
    /RageItalic
    /Ravie
    /Rockwell
    /Rockwell-Bold
    /Rockwell-BoldItalic
    /Rockwell-Condensed
    /Rockwell-CondensedBold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /Rod
    /SakkalMajalla
    /SakkalMajallaBold
    /ScriptMTBold
    /SegoePrint
    /SegoePrint-Bold
    /SegoeScript
    /SegoeScript-Bold
    /SegoeUI
    /SegoeUI-Bold
    /SegoeUI-BoldItalic
    /SegoeUI-Italic
    /SegoeUI-Light
    /SegoeUI-SemiBold
    /SegoeUI-Semilight
    /SegoeUISymbol
    /ShonarBangla
    /ShonarBangla-Bold
    /ShowcardGothic-Reg
    /Shruti
    /Shruti-Bold
    /SimHei
    /SimplifiedArabic
    /SimplifiedArabic-Bold
    /SimplifiedArabicFixed
    /SimSun
    /SimSun-ExtB
    /SnapITC-Regular
    /Stencil
    /Sylfaen
    /SymbolMT
    /SymbolTiger
    /SymbolTigerExpert
    /Tahoma
    /Tahoma-Bold
    /TempusSansITC
    /Tiger
    /TigerExpert
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /TraditionalArabic
    /TraditionalArabic-Bold
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /Tunga
    /Tunga-Bold
    /TwCenMT-Bold
    /TwCenMT-BoldItalic
    /TwCenMT-Condensed
    /TwCenMT-CondensedBold
    /TwCenMT-CondensedExtraBold
    /TwCenMT-Italic
    /TwCenMT-Regular
    /Utsaah
    /Utsaah-Bold
    /Utsaah-BoldItalic
    /Utsaah-Italic
    /Vani
    /Vani-Bold
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /Vijaya
    /Vijaya-Bold
    /VinerHandITC
    /Vivaldii
    /VladimirScript
    /Vrinda
    /Vrinda-Bold
    /Webdings
    /Wingdings2
    /Wingdings3
    /Wingdings-Regular
    /ZWAdobeF
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 600
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 600
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 900
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.33333
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects true
  /CheckCompliance [
    /PDFA1B:2005
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (Coated FOGRA39 \050ISO 12647-2:2004\051)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 841.680]
>> setpagedevice


