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Abstract:

 The expression and activity of DNA-dependent protein kinase (DNA-PK) is related to DNA repair status in the response of cells to exogenous and endogenous factors. Recent studies indicate that Epidermal Growth Factor Receptor (EGFR) is involved in modulating DNA-PK. It has been shown that a compound 4-nitro-7-[(1-oxidopyridin-2-yl)sulfanyl]-2,1,3-benzoxadiazole (NSC), bearing a nitro-benzoxadiazole (NBD) scaffold, enhances tyrosine phosphorylation of EGFR and triggers downstream signaling pathways. Here, we studied the behavior of DNA-PK and other DNA repair proteins in prostate cancer cells exposed to compound NSC. We showed that both the expression and activity of DNA-PKcs (catalytic subunit of DNA-PK) rapidly decreased upon exposure of cells to the compound. The decline in DNA-PKcs was associated with enhanced protein ubiquitination, indicating the activation of cellular proteasome. However, pretreatment of cells with thioglycerol abolished the action of compound NSC and restored the level of DNA-PKcs. Moreover, the decreased level of DNA-PKcs was associated with the production of intracellular hydrogen peroxide by stable dimeric forms of Cu/Zn SOD1 induced by NSC. Our findings indicate that reactive oxygen species and electrophilic intermediates, generated and accumulated during the redox transformation of NBD compounds, are primarily responsible for the rapid modulation of DNA-PKcs functions in cancer cells.
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1. Introduction


DNA damage caused by different endogenous and exogenous factors triggers signaling and repair pathways, which are vital for the maintenance of genome integrity [1]. DNA double-strand breaks (DSBs) are considered the most cytotoxic DNA lesions; they result from endogenous events such as V(D)J recombination and the production of reactive oxygen species (ROS) during cellular metabolism, as well as from exogenous sources such as ionizing radiation and radiomimetic drugs [2]. The two main mechanisms by which cells repair DSBs are non-homologous end joining (NHEJ) and homologous recombination (HR). During NHEJ, the two broken ends of DNA are pieced together, sometimes after limited processing of these ends, resulting in quick error-prone repair [3]. The core components of NHEJ include DNA-dependent protein kinase (DNA-PK), which is composed of DNA-binding subunits (Ku70 and Ku86) and a catalytic subunit (DNA-PKcs), DNA ligase IV, the nuclease Artemis, and XRCC4 [4].



The 450-kDa DNA-PKcs is a key protein in the NHEJ pathway of DSB repair [2]. On the basis of sequence comparison, DNA-PKcs has been classified as a member of the phosphatidylinositol-3-kinase (PI-3-K)-related kinase (PIKK) super family of proteins [5], which also includes the ataxia telangiectasia mutated (ATM) and ATM-Rad3 related (ATR) proteins [6,7]. The role of DNA-PKcs in DNA-damage NHEJ and HR repair pathways, and its more recently discovered role in the regulation of the homeostasis of cell proliferation, have been extensively studied [8]. DNA-PKcs, along with ATM and ATR, is regarded more as a sensor of primary DNA damage than an inducible downstream effector of DNA damage signaling. The activation of DNA-PKcs may involve interactions with DNA and other proteins [9]. DNA-PKcs is abundantly expressed in almost all mammalian cells, is considered to be a predominantly nuclear protein, and appears to be present together with the Ku70/80 heterodimer in lipid rafts [10]. DNA-PKcs is subject to autophosphorylation and is involved in the phosphorylation of a range of protein substrates, including H2AX, p-53, Replication Protein A (RPA), and Artemis [4,11,12,13,14]. Recent findings indicate that the epidermal growth factor receptor (EGFR) is involved in modulating DNA double-strand break repair by NHEJ beyond modifying proliferation, survival, metastasis, and angiogenesis [15,16]. This modulation is especially important in tumors characterized by substantial over-expression of EGFR [17,18], including prostate cancer, in which the progression of the normal epithelium to an androgen-dependent tumor involves the activation of EGFR [19]. The efficiency of NHEJ is stimulated by a truncated EGFRvIII variant of the receptor, and reduced by EGFR-specific inhibitors in treated cells [20]. Experimental results have indicated that EGFR activation by various stimuli, such as ionizing radiation, ligand stimulation, heat shock, H2O2, and cisplatin, leads to the internalization of the receptor and its nuclear translocation, together with DNA-PK subunits [15]. The EGFR-mediated stimulation of DSB rejoining could be due to an increase in the nuclear content of DNA-PK subunits and hence an increase in the activity of the DNA-PK-dependent non-homologous end-joining (D-NHEJ) system [20]. Furthermore, it has been demonstrated that blocking EGFR-mediated signaling by cetuximab, an anti-EGFR monoclonal antibody, or by BIBX1382BS, a tyrosine kinase inhibitor of ErbB, results in a decrease in DNA-PK activity and sequestration of DNA-PK into the cytosol [21,22,23,24].



Recently, we have developed small molecule microarrays to screen chemical compound libraries with the goal of selecting molecules able to bind to the extracellular region of EGFR [25]. Among these small molecule binders, the compound NSC 228155 (referred to as NSC hereafter, Figure S1) carrying a nitro-benzoxadiazole (NBD) ring has been identified as an attractive non-peptide molecule that rapidly enhances tyrosine phosphorylation of EGFR and triggers downstream signaling pathways in cancer cells. However, the enhanced tyrosine phosphorylation of EGFR by NSC has been shown to be associated with the inhibition of protein phosphatase activity, suggesting that reactive oxygen species (ROS) contribute to activating the receptor [25].



In this study, we focus on the action of NSC on DNA damage repair proteins in prostate cancer cells. We show that exposure of cells to NSC leads to the rapid modulation of DNA-PKcs and other PIKK proteins. Our results reveal that the response of DNA repair proteins is primarily caused by reactive molecules generated during redox transformation of NSC in exposed cells. We also demonstrate that pretreatment of cancer cells with NSC sensitizes them to camptothecin-induced DNA breaks.




2. Results


2.1. NSC Treatment Rapidly Affects the Amount of DNA-PKcs Protein


The amounts of major DNA repair proteins were assessed in prostate cancer cell lines PC-3 and DU145 treated by the small molecule NSC using Western immunoblotting. No difference was detected in the amounts of the DNA-binding subunits KU70 and KU80 of DNA-PK compared to the control and EGF treatment (Figure 1A). However, a clear decrease was found in the amount of the catalytic subunit of the protein, DNA-PKcs, in the same cells after exposure to 100 µM NSC for 5, and especially for 10 min. The relative amount of DNA-PKcs was lower in PC-3 than in DU145-treated cells, corresponding to a decrease of 40% and 20%, respectively (Figure 1B). None of the other DNA repair proteins tested, namely RAD51, PARP, PCNA, and MRE11, showed a significant difference in NSC-treated PC-3 and DU145 cells compared to untreated cells after 5 and 10 min of exposure (see Figure 1A). Meanwhile, the level of phosphorylated EGFR at Y1068 was enhanced in cells exposed to NSC or EGF (control), whereas the total amount of the receptor was not affected (Figure 1B).


Figure 1. Relative level of DNA repair proteins in prostate cancer cells after exposure to compound NSC. (A) Levels of Rad51, PARP, MRE11, PCNA, EGFR, DNA-PKcs and KU DNA-binding subunits of DNA-PK were assessed in serum-starved PC-3 and DU145 cells, which were incubated with NSC (100 μM), or EGF (150 ng/mL), or vehicle (DMSO) for 5 and 10 min; (B) Quantitative analysis of the fluorescent signal intensity of protein bands shows that the decrease in the amount of DNA-PKcs is more pronounced in PC-3 than in DU145 cells briefly exposed to NSC; (C) Longer exposure of PC-3 cells to low concentrations of NSC (1 μM in this assay) also caused a gradual decrease in the DNA-PKcs expression level, but had almost no effect on the expression of EGFR in these conditions.
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In addition, the level of DNA-PKcs expression was assessed in PC-3 cells after exposure to NSC at lower concentrations and longer incubation times, up to 72 h. In contrast to EGFR, a gradual decrease in the DNA-PKcs protein level was observed (Figure 1C), indicating that the small molecule action on DNA-PKcs is dose-dependent and might have a cumulative effect on NHEJ repair efficiency and the viability of treated cells.



The rapid and selective decrease in the amount of DNA-PKcs in NSC-treated cells led us to assume that the protein might be subjected to degradation rather than the down-regulation of its expression under the conditions used. This assumption was first verified by RT-PCR analysis, which revealed that the amount of DNA-PKcs mRNA was not reduced in NSC-treated cells (Figure S2).




2.2. Subcellular Distribution of DNA-PKcs


The subcellular distribution of DNA-PKcs in PC-3 and DU145 cells exposed to NSC was examined by immunostaining with an antibody specifically recognizing the catalytic subunit of the protein. Before NSC treatment, DNA-PKcs was mainly localized in the nucleus, which was stained with DAPI. After NSC incubation for 10 min, there was a visible decrease in DNA-PKcs protein levels in PC-3 and DU145 cells compared to non-treated control cells (Figure 2A,B). This result is consistent with the Western-blot analysis showing a weak fluorescence signal from DNA-PKcs in NSC-treated cells (Figure 1A). There was no apparent change in the subcellular distribution of DNA-PKcs under the measurement conditions used in Figure 2A,B. However, when a higher-resolution imaging was used, DNA-PKcs appeared to be distributed inside PC-3 cells shortly after exposure to NSC (Figure 2C). The fluorescent signal from DNA-PKcs had an essentially nuclear localization in control cells, whereas as little as a 5-min exposure to NSC resulted in the appearance of the protein-specific signal from the cytoplasm of many cells. This tendency became more clearly visible after a 10-min, 20-min and 30-min of exposure to NSC, indicating that DNA-PKcs was diffused in the cells.


Figure 2. Intracellular localization of DNA-PKcs in prostate cells exposed to NSC. PC-3 (A) and DU145 (B) cells exposed to 100 μM NSC (NSC) or to vehicle (Control) for 10 min; (C) DNA-PKcs intracellular distribution in PC-3 was also analyzed after NSC treatment at 100 µM for 5, 10, 20 and 30 min. The treated and untreated cells were fixed and stained with anti-DNA-PKcs antibody (red color). The nuclei were stained with DAPI (blue color).
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Thus, a short exposure of cells to NSC results in a rapid decrease in the amount of nuclear DNA-PKcs, which is accompanied by delocalization of the protein into the cytoplasm of treated cells.




2.3. Exposure to NSC Alters the Activity of DNA-PKcs


Because of the low yield of phosphorylated forms of DNA-PKcs, the phosphorylation level of the protein was difficult to assess by Western blotting (Figure S3). Therefore, DNA-PKcs activity was evaluated indirectly by estimating the phosphorylation level of its substrate-protein RPA2. To address this, camptothecin (CPT), a selective topoisomerase I poison, was used as it promotes DNA-PK activation and subsequent RPA2 phosphorylation after treatment [26].



As shown in Figure 3A, 1-h of treatment of PC-3 cells with 100 µM induced the phosphorylation of RPA2, which could be detected as bands with different migration velocities. These bands correspond to the intermediate and hyperphosphorylation status of RPA2 and the latter (the band with a lower migration) is directly related to DNA-PKcs activity [27]. In fact, pre-incubation with the inhibitor NU7441 strongly decreased this phosphorylated form of RPA2 indicating that DNA-PKcs activity was reduced in cells after CPT treatment (Figure 3A).


Figure 3. Assessment of DNA-PKcs activity through phosphorylation of a substrate protein RPA2 in PC-3 cells exposed to NSC. (A) PC-3 cells were incubated with 1 µM NU7441 (DNA-PKcs inhibitor) for 1 h, and then incubated with 100 µM CPT (topoisomerase I inhibitor) for 1 h. Phosphorylated forms of RPA were detected with anti-RPA2 and anti-pT21-RPA2; (B) After pre-incubation of serum-starved cells with 10−4 M CPT for 20 h and further incubation with 10 µM NSC for 1 h or 100 µM NSC for 10 min, the DNA-PKcs activity was analyzed by comparing the fluorescent intensity of phosphorylated RPA2 (hyperphosphorylation status) with anti-pT21-RPA2 antibody. α-Tubulin was used as an internal control.
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Next, PC-3 cells were pre-incubated with 0.1 mM CPT for 20 h, and then incubated with NSC at 10 µM for 1 h, or at 100 µM for 10 min. Western blotting analysis revealed that exposure to NSC remarkably decreased the phosphorylation of RPA2 in CPT pretreated cells in the conditions used (Figure 3B). These data indicate that NSC leads to rapid attenuation of the kinase activity of DNA-PK after CPT treatment in prostate cancer cells.




2.4. Exposure to NSC Promotes Protein Ubiquitination


Previously, we showed that tyrosine phosphorylation (Tyr774) of the adaptor protein c-CBL located downstream of EGFR in the ubiquitination cascade was slightly increased in breast cancer cells shortly after exposure to compound NSC [25]. The proteasome-mediated proteolytic pathway is characterized by polyubiquitin chain formation on target proteins [27]. To find out whether the decrease in the amount of DNA-PKcs in cells after exposure to NSC is related to protein degradation, total protein ubiquitination was compared in non-treated and treated cells. Cell lysates of the samples obtained after exposure to NSC or EGF (control) were analyzed by Western blotting using an anti-ubiquitin antibody. It was observed that a 5-min and 10-min exposure to NSC in PC-3 or DU145 cells increased the fluorescence intensity of protein bands, especially for the higher molecular weight proteins, compared to control cells and those having been exposed to the peptide ligand EGF (Figure 4). The ubiquitination level was more pronounced in PC-3 cells than in DU145 cells.


Figure 4. Assessment of protein ubiquitination in cancer cells exposed to EGF and NSC. Serum-starved PC-3 and DU145 cells were exposed to NSC (100 μM), or to EGF (150 ng/mL) for 5 or 10 min. Cell lysates were analyzed with anti-ubiquitin antibody recognizing ubiquitinated sites in proteins.
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These results show that NSC exposure rapidly promotes protein ubiquitination, which can activate the cellular proteasome and further degradation of DNA-PKcs.




2.5. NSC Inhibits DNA-PK Activity Differently from a Proteasome Inhibitor


To better understand the mode of modulation of DNA-PKcs activity by NSC, protein degradation was inhibited by pre-incubation of cells with a specific proteasome inhibitor. Previously, it was shown that the compound MG-132 suppresses CPT-induced DNA-PKcs autophosphorylation, which is specifically regulated by the proteasome in response to CPT [28]. PC-3 cells were incubated with one of these compounds, i.e., CPT, NSC, or MG-132, or pretreated with CPT and then exposed to NSC or MG-132, or treated consecutively with NSC and then MG-132 (Figure 5). CPT treatment alone enhanced the phosphorylation of RPA2, as observed for the p-RPA2 intermediate and hyperphosphorylated forms, and increased ATM phosphorylation, but did not affect the amount of DNA-PKcs synthesized in the cells (Figure 5A, lane 3). As expected, incubation of cells with MG-132 strongly inhibited RPA2 phosphorylation in the CPT-pretreated culture (Figure 5A, lane 6) and a similar inhibition was detected after NSC exposure (Figure 5A, lane 7). Moreover, exposure to MG-132 or NSC decreased the phosphorylation level of ATM in CPT-pretreated cells. However, as judged by comparing the signal intensity recorded from the DNA-PKcs band in different samples, MG-132 pretreatment prevented the NSC-promoted decline in this key repair protein in the cells (Figure 5A, lane 5). The suppression of the action of NSC by the proteasome inhibitor is consistent with the assumption that NSC results in the degradation of DNA-PKcs through proteasome activation in cells. CPT-associated NSC treatment also decreased the ATM phosphorylation level (Figure 5A, lane 7), thus confirming the effect of NSC on the PIKK protein family.


Figure 5. Response of DNA-PKcs and ATM to exposure to NSC and proteasome inhibitor MG-132 in CPT-treated PC-3 cells. (A) Serum-starved cells were incubated with 10−4 M CPT alone for 20 h and further exposed to NSC (100 µM for 10 min) or MG132 (25 µM for 1 h) alone or successively to the two compounds. Two phosphorylated forms of RPA2 are indicated; hyperphosphorylated and intermediate phosphorylated, which present high and middle bands, respectively. α-Tubulin was used as an internal control; (B) Schematic presentation of RPA2 phosphorylation routes through Cyclin-dependent kinases (CDKs) and PIKKs. CDKs contribute to RPA2 phosphorylation in a cell cycle-specific manner. Hyperphosphorylation of RPA2 is dependent on PIKKs, including ATM and DNA-PKcs.
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2.6. Thioglycerol Prevents the Action of NSC on DNA-PKcs


When this study was nearing completion, we revealed that the enhanced phosphorylation of EGFR by NBD compounds is a result of the generation and action of hydrogen peroxide on the receptor in breast cancer cells [29]. In particular, it was shown that lipophilic NBD compounds rapidly bind to intracellular Cu/Zn superoxide dismutase 1 (SOD1) and thereby induce its dimerization and the production of H2O2 in cells. Pre-incubation of cells with thioglycerol prevented SOD1 dimerization, and the inactive enzyme was no longer able to convert the superoxide ion into H2O2.



To ascertain whether ROS are involved in the modulation of DNA-PKcs expression, the PC-3 culture was first pretreated with thioglycerol for 30 min and then exposed to NSC for 5 or 15 min. Western-blot analysis showed that pre-incubation with the antioxidant almost completely restored the amount of DNA-PKcs after 5-min of exposure to NSC, which was still clearly visible after 15-min of exposure (Figure 6). It is noteworthy that the preventative effect of thioglycerol was accompanied by the complete disappearance of SOD1 dimers. Besides, the decrease in the amount of DNA-PKcs after pretreatment with thioglycerol was also accompanied by a decrease in the proteasome-specific bands after 15-min of exposure to NSC that was not yet visible after 5-min of exposure. Meanwhile, the amounts of the proteins Ku70 and gamma-H2AX remained unchanged in the cells pre-incubated with thioglycerol, regardless of exposure to NSC.


Figure 6. Pre-incubation with thioglycerol restores the level of DNA-PKcs by preventing dimerization of SOD1 in cancer cells exposed to NSC. PC-3 cells were pre-incubated with 10 mM thioglycerol for 15 min then incubated with 100 µM NSC for 5 or 10 min. Proteins were analyzed by Western blotting with the corresponding antibodies to detect DNA-PKcs, anti-SOD-1, ubiquitinated targets and γH2AX. Ku70 was used as a negative control (see above) and α-tubulin as a loading control.
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To confirm the role of SOD1 in the diminution of DNA-PKcs expression after exposure to NSC, we addressed MDA MB468 breast cancer cells, in which SOD1 was the knockdown with siRNA [29]. Western blotting revealed the presence of two bands corresponding to DNA-PKcs monomer and dimer forms (or large complexes formed with other partners) in cells transfected with SOD1 siRNA or scrambled siRNA (Figure S4). The amount of DNA-PKcs monomer forms prevails over dimers in cells treated with vehicle, whereas the amount of DNA-PKcs dimers prevails over monomers after exposure to NSC. However, the amount of both forms of DNA-PKcs was remarkably lower in cells transfected with scrambled siRNA than with SOD1 siRNA after exposure to NSC. The diminution in the level of DNA-PKcs in cells exposed to NSC correlated with the dimerization rate of SOD1 (see Figure S4). Thus, these data indicate that the decrease in the level of DNA-PKcs occurs via rapid dimerization of SOD1 by NSC. SOD1 is required to produce hydrogen peroxide, which is the reactive oxygen species that modulates the expression level of DNA-PKcs.




2.7. NSC Can Sensitize Cancer Cell Lines to Camptothecin-Mediated DNA Damage


DNA-PKcs has been widely used as a target to sensitize cancer cells to small molecules exhibiting anticancer potency [30,31,32]. Given that exposure to NSC attenuated the kinase activity of DNA-PK in PC-3 cells pretreated with CPT (see above), it was tempting to improve the sensitivity of prostate cancer cells to the topoisomerase I poison by pre-incubation of cells with NSC.



The viability of cancer cells was determined by incubating PC-3 and DU145 cells with different concentrations of NSC for 72 h. This resulted in a significant reduction in the survival of cells with IC50 values of 2.65 μM and 1.25 μM for PC-3 and DU145 cells, respectively (Figure 7). PC-3 cells were more resistant to NSC exposure and were characterized by a higher amount of DNA-PK protein in comparison to DU145 cells (see Figure 1A,B).


Figure 7. PC-3 and DU145 cell survival is dose-dependent in NSC-treated cells. PC-3 cells (dashed gray line) and DU145 cells (black line) were incubated with different concentrations of NSC for 72 h and cellular viability was measured by the MTT method. The 50% inhibitory concentration (IC50) of NSC was calculated by nonlinear regression analysis using GraphPad Prism software. The bars represent the mean ± SD of 3 independent experiments.
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Next, PC-3 cells were treated with 100 µM NSC for 10 min and then incubated with CPT for 48 h. Cell viability was assessed by the MTT method. As shown in Figure 8, CPT treatment after exposure to NSC decreased the viability of PC-3 cells in comparison with CPT treatment alone. This chemosensitizing effect was especially pronounced at 1 µM CPT. The ability of NSC to increase the cytotoxicity of CPT in PC-3 cells leads us to suggest that this small compound acts through the modulation of DNA-PKcs functions and levels, apparently by altering the NHEJ repair system in cells sensitized by camptothecin. However, the sensitization of PC-3 cells by NSC could be related with targeting other vital proteins.


Figure 8. NSC pretreatment improves the cytotoxic effect of camptothecin on PC-3 cells. Cells were pretreated with 100 µM NSC for 10 min (solid line) or untreated (dashed line), washed, and further exposed to camptothecin at different concentrations for 48 h.
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3. Discussion


Recently, we have described a new class of nitro-benzoxadiazole derivatives, which activate EGFR and thereby trigger downstream signaling circuits in the cytoplasm and apparently in the nucleus of breast cancer cells [25]. Here, we show that exposure of prostate cancer cell lines DU145, and especially PC-3, to the compound NSC rapidly (within 5–10 min) reduced the amount and activity of DNA-PKcs protein. Exposure to NSC sensitized prostate cancer cells to camptothecin-mediated DNA damage in a time-dependent manner. The decrease in the amount of DNA-PK protein is not related to the delocalization of DNA-PK subunits into the nucleus, unlike in EGF-induced cells [20]. In contrast, this decrease is accompanied by a nuclear delocalization of DNA-PKcs into the cytoplasm, which probably promotes rapid protein ubiquitination in cells exposed to NSC compared to a cognate ligand EGF. Therefore, ubiquitin-mediated degradation of DNA-PKcs, the key partner of NHEJ, might affect the functions of the protein required for interactions with DNA and other repair proteins.



DNA-PKcs is involved in the phosphorylation of a range of substrates, including H2AX, p-53, RPA, and Artemis [4]. DNA-PKcs undergoes autophosphorylation within two distinct regions known as the ABCDE (T2609, S2612, T2620, S2624, T2638, and T2647) and PQR (S2023, S2029, S2041, S2051, S2053, and S2056) clusters [11,12,13,14]. Mutations of these phosphorylation sites result in ablated DSBs repair and radiosensitivity in vitro and in vivo, suggesting that the autophosphorylation of DNA-PKcs is critical for NHEJ efficiency. It therefore seems that other kinases are involved in its phosphorylation, the main one being ATM, a member of the PIKK protein super family [33]. In addition, ATR is responsible for the phosphorylation of T2609 and T2647 but phosphorylation of these residues, in contrast to that of serine 2056, is not an appropriate marker for the activation of DNA-PKcs [33,34,35,36]. It is worth noting that all three proteins, i.e., ATM, ATR, and DNA-PK, are considered sensors of primary DNA damage rather than inducible downstream effectors of DNA damage signaling [6,7].



In this study, a remarkable diminution in RPA2 phosphorylation was observed upon NSC treatment combined with CPT, indicating that the nitro-benzoxadiazole scaffold attenuates DNA-PKcs kinase activity. Moreover, ATM phosphorylation (S1981) decreased upon NSC exposure in response to DNA damage. Because of the low yield of DNA-PKcs phosphorylated protein forms, DNA-PKcs activity was assessed by the phosphorylation rate of its substrate, RPA2, when cells were induced by a selective topoisomerase I poison, CPT [26]. It has been demonstrated that RPA2 can be phosphorylated in two ways: by a cyclin-dependent kinase (CDK) and by PIKKs (Figure 5B). CDKs contribute to RPA2 phosphorylation in a cell cycle-specific manner [28]. In addition, several PIKKs, including ATM and DNA-PK, are involved in the hyperphosphorylation of RPA2 [37,38]. The analysis of the phosphorylated bands of RPA2 indicates that MG-132 suppresses RPA2 phosphorylation by PIKKs (absence of a hyperphosphorylated RPA2 band in Figure 5A, lane 6, and explained in Figure 5B), but not by CDK in CPT-treated cells, in agreement with the observations of other authors [28]. This is also supported by findings that MG-132 pretreatment prevents RPA2 phosphorylation by CDK after further exposure to NSC in CPT-incubated cells; on the contrary, when MG-132 is added to CPT-incubated cells after NSC exposure, RPA2 phosphorylation by CDK is suppressed (Figure 5C). These results suggest that NSC modulates CDK activity in addition to DNA-PKcs by the proteasome machinery in cancer cells.



We have recently shown that lipophilic NBD compounds rapidly move through the cytoplasm membrane and bind to Cu/Zn SOD1 leading to dimerization of the protein [29]. Stable dimers of SOD1 are active and produce H2O2 that, in the absence of adequate modulation of catalase and peroxidase activities, is accumulated within exposed cells (ibid). Note that hydrogen peroxide promotes sulfenylation of a cysteine in the catalytic site of the protein tyrosine phosphatase 1B (PTP-1B), leading to the inactivation ofi the enzyme [39], and also promotes the sulfenylation of a cysteine in the catalytic site of EGFR leading to the activation of the enzyme [40]; hence, both enzymes determine the phosphorylation status of the receptor in cells. Therefore, the enhanced phosphorylation of EGFR is a result of hydrogen peroxide action on the catalytic site of EGFR and that of PTP-1B in cells exposed to NBD compounds [29].



Similarly, our data highlight that hydrogen peroxide is generated and accumulates during redox transformation of the NBD compounds [29,41], and is involved in the decline in the level and activity of DNA-PKcs in prostate cancer cells. In fact, given that thioglycerol prevents SOD1 dimerization by NSC, the inactive enzyme cannot convert superoxide ions into H2O2 and, therefore the amount of DNA-PKcs is almost restored in cells. This data is supported by SOD1 RNA interference in breast cancer cells. Thus, we conclude that rapid modulation of this DNA-repair protein by NSC is primarily related to the action of reactive H2O2, without involvement of EGFR functions.



Several scenarios can be suggested to explain the decrease in DNA-PKcs level in prostate cancer cells due to the action of H2O2, which is rapidly accumulated within cells exposed to NSC. Firstly, large quantities of intracellular H2O2 could immediately and directly target and degrade DNA-PKcs; Secondly, hydrogen peroxide stimulates protein degradation by up-regulation of the ubiquitin system [42]. In particular, it causes down-regulation of DNA-PKcs, which involves trapping the DNA-topoisomerase II complex and the induction of DNA double-strand breaks in salvicine-treated cells [43]. In this context, the cellular proteasome, which is activated by NSC, could essentially contribute to the degradation of DNA-PKcs and other DNA repair protein targets; Thirdly, the reduction of the nitro group in NBD compounds during redox cycling results in the formation of two types of reactive molecules, i.e., ROS and electrophilic NBD intermediates [29,41].



Therefore, the decrease in the level of DNA-PKcs could be caused by electrophilic intermediates of NSC during redox transformations. The binding of electrophiles to the protein-protein interaction interface of DNA-PKcs could lead to the dimerization of the protein or the formation of a protein complex with other partners. Such a large and stable protein complex is degraded as could be suggested from observations in cells transfected with scrambled siRNA. Lastly, a reduction in the amount of DNA-PKcs might be caused by other factors that still need to be identified. In any event, the function of DNA-PKcs, one of the key players in DNA repair, would be impaired, along with impaired functions of SOD1 and EGFR, which must lead to aberrant signaling and aggravate oxidative and electrophilic stress in cells exposed to NBD compounds, and probably to some reactive environmental pollutants.



Due to its broad protective role, alterations in DNA-PK activity correlate with a variation in cell survival after radio- and chemotherapy, making this protein of great interest as a promising target for drug development [15]. Given that cell exposure to NSC affects proteins important in DNA damage signaling, it is plausible that a DNA repair defect may contribute to enhancing the cytotoxicity of damaging agents like topoisomerase I poisons. In this context, we have shown that exposure to NSC sensitizes PC-3 cells to CPT treatment. It is known that the activation of DNA-PK by CPT is strictly S-phase specific, suggesting that DNA-PK might promote NHEJ repair of CPT-induced damage in the S phase. Although the overall contribution of NHEJ to genomic stability in the S phase is still not clear, several reports have shown that DNA-PKcs-deficient cells are sensitive to UV and CPT [26,44], implying that DNA-PK might be required for stalled fork repair through HR or checkpoint activation, which is necessary for cell survival. In addition to its role in NHEJ repair, DNA-PKcs is also involved in the oxidative clustered DNA lesion repair [45] that could explain the ROS-mediated effect of NSC.



Further studying the action of reactive NBD compounds on DNA repair and related functions could help in elucidation of the complexity of events involved in the sensitization of cancer cells to anticancer agents.




4. Experimental Section


4.1. Chemicals and Antibodies


NSC 228155 (NSC) was obtained from the Drug Synthesis and Chemistry Branch of NCI (Figure S1). Camptothecin (CPT), NU7441, MG132 and thioglycerol were purchased from Sigma (St Louis, MO, USA). The anti-ATM and anti-RPA2 antibodies were purchased from Thermo Fisher Scientific (Waltham, MA, USA). The anti-phospho(T21)RPA and anti-phospho(S2056)DNA-PKcs antibodies were purchased from Abcam (Cambridge, UK); all others were purchased from Cell Signaling Technology (Danvers, MA, USA).




4.2. Cell Culture


The prostate cancer cell lines, PC-3 and DU145, were grown in RPMI 1640 medium (Life Technologies, Carlsbad, CA, USA) containing 10% fetal bovine serum, 100 U/mL penicillin and 100 µg/mL streptomycin under a humidified atmosphere containing 5% CO2 at 37 °C. If necessary, PC-3 and DU145 cells (1.0–1.2 × 106/mL) were serum-starved for 24 h, then seeded into 60-mm culture dishes and treated with NSC alone or MG132 or camptothecin for the desired periods as described below.




4.3. Cell Viability Assay and Chemical Treatments


Cell viability was assessed by the MTT assay (Sigma) following the manufacturer’s instructions. Briefly, cells were seeded at 5 × 103/well in a 96-well plate for 18 h, and then incubated in serum-starved RPMI 1640 medium for 24 h. Cell cultures were then treated with increasing concentrations of NSC for 72 h. MTT was added to each well for 2 h, before being aspirated and replaced with DMSO. The absorbance was recorded at 560 nm with a spectrophotometer system (Tecan, Männedorf, Switzerland). Results were analyzed using Microsoft Excel by standardizing treated groups to the untreated control. The IC50 was determined as the compound concentration leading to 50% growth inhibition.



Cells were also treated with 0.1 mM camptothecin (CPT) for 2 h at 37 °C or 10 μM MG132 for 1 h at 37 °C and then exposed to NSC as described in the corresponding sections. The ROS effect was investigated on cells pre-incubated with 10 mM thioglycerol for 15 min before exposure to 100 µM NSC for 5 or 15 min.




4.4. Western Blotting


Cells were washed twice with ice-cold PBS and then lysed in lysis buffer (NP-40) on ice for 30 min. The soluble fraction of proteins was collected by centrifugation at 13,000× g for 15 min at 4 °C. The protein concentration was determined with the Bicinchoninic acid protein assay kit (BioRad, Hercules, CA, USA) and samples were either used immediately for assays or stored at −80 °C.



Equal amounts of cellular lysate proteins (40 µg of total proteins) were separated by electrophoresis on 10% SDS-polyacrylamide gels and transferred to nitrocellulose membranes (GE Healthcare, Little Chalfont, UK). Membranes were blocked for 1 h in 0.1% TBS-Tween 20 containing 2.5% BSA and then incubated with mouse monoclonal antibodies (anti-DNA-PKcs, anti-RPA2, anti-tubulin) or rabbit antibodies (anti-pATM, anti-ubiquitin). Protein bands were resolved by fluorescence with anti-mouse Alexa-Fluor680 or anti-rabbit Alexa-Fluor680 secondary antibodies (Life Technologies-Invitrogen). The signal intensity (pixel·mm−2) of protein bands was quantified using Odyssey software version 1.1 (Li-COR, Biosciences, Lincoln, NE, USA). α-Tubulin was used as a loading control.




4.5. Immunofluorescence Microscopy


Cells were grown on coverslips (Life Technologies) at a density of 5 × 103 cells per well in medium (RPMI) supplemented with 10% fetal bovine serum (Gibco-Invitrogen) as described above, then serum-starved for 24 h and treated with NSC for 10 min. Cells were washed once in PBS for 5 min and fixed with 4% paraformaldehyde in 0.01 M phosphate-buffered saline (PBS), pH 7.4 for 10 min. After three 5-min washes in PBS, cells were permeabilized with PBS containing 0.1% Triton X-100 for 30 min, washed three times in PBS for 5 min, and then blocked in 2% BSA in PBS at room temperature for 25 min. The fixed cells were incubated overnight in the same buffer containing 1:100 diluted anti-DNA-PKcs antibody at 4 °C. After three 5-min washes in PBS, slides were incubated in a 1:400 TRITC anti-mouse fluorescent secondary antibody solution (Jackson, Lansing, MI, USA) for 1 h at room temperature in the dark. The slides were washed three times in PBS, counterstained and mounted with ProLong Antifade with DAPI (4’,6-diamidino-2-phenylindole) (Life Technologies) and coverslips were applied. The slides were viewed with a confocal microscope (Nikon A1RSi, Minato-ku, Tokyo, Japan) and epifluorescence microscope (Nikon Eclipse E800). The images were recorded with NIS Element software (Version 3.6, Nikon, Tokyo, Japan) and processed with the software ImageJ (NIH, Bethesda, MD, USA). The specificity of the antibody staining was confirmed by incubating the adjacent sections in the absence of the primary antibody.




4.6. Statistical Analysis


The results represent the average and standard deviation of three independent experiments. Data are presented as means ± standard error of mean. Differences between the control and the treated cells were assessed with the paired Student’s t-test, and p < 0.05 was considered statistically significant. Data analysis was performed with Microsoft Excel.





5. Conclusions


Our results indicate that a reactive NBD compound rapidly and drastically reduces the level and activity of DNA-PKcs and, alters the DNA repair system in cancer cells. The mechanism of action relies on the generation of ROS and electrophilic species leading to the activation of protein degradation. Notably, that NBD compound sensitizes prostate cancer cells to camptothecin. Therefore, developing NBD derivatives that selectively target DNA-PKcs might be a promising way to sensitize cancer cells in order to improve the efficiency of anticancer agents from a therapeutic perspective.
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Supplementary materials can be found at http://www.mdpi.com/1422-0067/17/5/703/s1.
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	ATM
	Ataxia Telangiectasia Mutated



	ATR
	ATM-Rad3 Related



	CDKs
	Cyclin-dependent kinases



	CPT
	Camptothecin



	DNA-PKcs
	DNA-dependent Protein Kinase catalytic subunit



	DSBs
	DNA double-strand breaks



	EGFR
	Epidermal Growth Factor Receptor



	HR
	Homologous Recombination



	NBD
	Nitro-BenzoxaDiazole



	NHEJ
	Non-Homologous End Joining



	NSC
	4-Nitro-7-[(1-oxidopyridin-2-yl)sulfanyl]-2,1,3-benzoxadiazole



	PIKK
	Phosphatidyl inositol 3′ kinase-related kinases



	PTP-1B
	Protein Tyrosine Phosphatase 1B



	RPA
	Replication Protein A



	ROS
	Reactive Oxygen Species



	SOD1
	Superoxide Dismutase 1







References


	1. 
Hoeijmakers, J.H. Genome maintenance mechanisms for preventing cancer. Nature 2001, 411, 366–374. [Google Scholar] [CrossRef] [PubMed]

	2. 
Burma, S.; Chen, B.P.; Chen, D.J. Role of non-homologous end joining (NHEJ) in maintaining genomic integrity. DNA Repair 2006, 5, 1042–1048. [Google Scholar] [CrossRef] [PubMed]

	3. 
Lieber, M.R.; Ma, Y.; Pannicke, U.; Schwarz, K. The mechanism of vertebrate nonhomologous DNA end joining and its role in V(D)J recombination. DNA Repair 2004, 3, 817–826. [Google Scholar] [CrossRef] [PubMed]

	4. 
Collis, S.J.; DeWeese, T.L.; Jeggo, P.A.; Parker, A.R. The life and death of DNA-PK. Oncogene 2005, 24, 949–961. [Google Scholar] [CrossRef] [PubMed]

	5. 
Chan, D.W.; Mody, C.H.; Ting, N.S.; Lees-Miller, S.P. Purification and characterization of the double-stranded DNA-activated protein kinase, DNA-PK, from human placenta. Biochem. Cell Biol. 1996, 74, 67–73. [Google Scholar] [CrossRef] [PubMed]

	6. 
Abraham, R.T. PI 3-kinase related kinases: “Big” players in stress-induced signaling pathways. DNA Repair 2004, 3, 883–887. [Google Scholar] [CrossRef] [PubMed]

	7. 
Bakkenist, C.J.; Kastan, M.B. Initiating cellular stress responses. Cell 2004, 118, 9–17. [Google Scholar] [CrossRef] [PubMed]

	8. 
Kong, X.; Shen, Y.; Jiang, N.; Fei, X.; Mi, J. Emerging roles of DNA-PK besides DNA repair. Cell Signal. 2011, 23, 1273–1280. [Google Scholar] [CrossRef] [PubMed]

	9. 
Lee, S.E.; Mitchell, R.A.; Cheng, A.; Hendrickson, E.A. Evidence for DNA-PK-dependent and -independent DNA double-strand break repair pathways in mammalian cells as a function of the cell cycle. Mol. Cell. Biol. 1997, 17, 1425–1433. [Google Scholar] [CrossRef] [PubMed]

	10. 
Lucero, H.; Gae, D.; Taccioli, G.E. Novel localization of the DNA-PK complex in lipid rafts: A putative role in the signal transduction pathway of the ionizing radiation response. J. Biol. Chem. 2003, 278, 22136–22143. [Google Scholar] [CrossRef] [PubMed]

	11. 
Chan, D.W.; Chen, B.P.; Prithivirajsingh, S.; Kurimasa, A.; Story, M.D.; Qin, J.; Chen, D.J. Autophosphorylation of the DNA-dependent protein kinase catalytic subunit is required for rejoining of DNA double-strand breaks. Genes Dev. 2002, 16, 2333–2338. [Google Scholar] [CrossRef] [PubMed]

	12. 
Cui, X.; Yu, Y.; Gupta, S.; Cho, Y.M.; Lees-Miller, S.P.; Meek, K. Autophosphorylation of DNA-dependent protein kinase regulates DNA end processing and may also alter double-strand break repair pathway choice. Mol. Cell. Biol. 2005, 25, 10842–10852. [Google Scholar] [CrossRef] [PubMed]

	13. 
Ding, Q.; Reddy, Y.V.; Wang, W.; Woods, T.; Douglas, P.; Ramsden, D.A.; Lees-Miller, S.P.; Meek, K. Autophosphorylation of the catalytic subunit of the DNA-dependent protein kinase is required for efficient end processing during DNA double-strand break repair. Mol. Cell. Biol. 2003, 23, 5836–5848. [Google Scholar] [CrossRef] [PubMed]

	14. 
Douglas, P.; Moorhead, G.B.; Ye, R.; Lees-Miller, S.P. Protein phosphatases regulate DNA-dependent protein kinase activity. J. Biol. Chem. 2001, 276, 18992–18998. [Google Scholar] [CrossRef] [PubMed]

	15. 
Chen, D.J.; Nirodi, C.S. The epidermal growth factor receptor: A role in repair of radiation-induced DNA damage. Clin. Cancer Res. 2007, 13, 6555–6560. [Google Scholar] [CrossRef] [PubMed]

	16. 
Kriegs, M.; Kasten-Pisula, U.; Rieckmann, T.; Holst, K.; Saker, J.; Dahm-Daphi, J.; Dikomey, E. The epidermal growth factor receptor modulates DNA double-strand break repair by regulating non-homologous end-joining. DNA Repair 2010, 9, 889–897. [Google Scholar] [CrossRef] [PubMed]

	17. 
Hynes, N.E.; MacDonald, G. ErbB receptors and signaling pathways in cancer. Curr. Opin. Cell Biol. 2009, 21, 177–184. [Google Scholar] [CrossRef] [PubMed]

	18. 
Mendelsohn, J.; Baselga, J. Epidermal growth factor receptor targeting in cancer. Semin. Oncol. 2006, 33, 369–385. [Google Scholar] [CrossRef] [PubMed]

	19. 
Szumiel, I. Epidermal growth factor receptor and DNA double strand break repair: The cell’s self-defence. Cell Signal. 2006, 18, 1537–1548. [Google Scholar] [CrossRef] [PubMed]

	20. 
Golding, S.E.; Morgan, R.N.; Adams, B.R.; Hawkins, A.J.; Povirk, L.F.; Valerie, K. Pro-survival AKT and ERK signaling from EGFR and mutant EGFRvIII enhances DNA double-strand break repair in human glioma cells. Cancer Biol. Ther. 2009, 8, 730–738. [Google Scholar] [CrossRef] [PubMed]

	21. 
Bandyopadhyay, D.; Mandal, M.; Adam, L.; Mendelsohn, J.; Kumar, R. Physical interaction between epidermal growth factor receptor and DNA-dependent protein kinase in mammalian cells. J. Biol. Chem. 1998, 273, 1568–1573. [Google Scholar] [CrossRef] [PubMed]

	22. 
Dittmann, K.; Mayer, C.; Fehrenbacher, B.; Schaller, M.; Raju, U.; Milas, L.; Chen, D.J.; Kehlbach, R.; Rodemann, H.P. Radiation-induced epidermal growth factor receptor nuclear import is linked to activation of DNA-dependent protein kinase. J. Biol. Chem. 2005, 280, 31182–31189. [Google Scholar] [CrossRef] [PubMed]

	23. 
Dittmann, K.; Mayer, C.; Rodemann, H.P. Inhibition of radiation-induced EGFR nuclear import by C225 (Cetuximab) suppresses DNA-PK activity. Radiother. Oncol. 2005, 76, 157–161. [Google Scholar] [CrossRef] [PubMed]

	24. 
Toulany, M.; Kasten-Pisula, U.; Brammer, I.; Wang, S.; Chen, J.; Dittmann, K.; Baumann, M.; Dikomey, E.; Rodemann, H.P. Blockage of epidermal growth factor receptor-phosphatidylinositol 3-kinase-AKT signaling increases radiosensitivity of K-RAS mutated human tumor cells in vitro by affecting DNA repair. Clin. Cancer Res. 2006, 12, 4119–4126. [Google Scholar] [CrossRef] [PubMed]

	25. 
Sakanyan, V.; Angelini, M.; Le Bechec, M.; Lecocq, M.F.; Benaiteau, F.; Rousseau, B.; Gyulkhandanyan, A.; Gyulkhandanyan, L.; Loge, C.; Reiter, E.; et al. Screening and discovery of nitro-benzoxadiazole compounds activating epidermal growth factor receptor (EGFR) in cancer cells. Sci. Rep. 2014, 4, 3977. [Google Scholar] [CrossRef] [PubMed]

	26. 
Shao, R.G.; Cao, C.X.; Zhang, H.; Kohn, K.W.; Wold, M.S.; Pommier, Y. Replication-mediated DNA damage by camptothecin induces phosphorylation of RPA by DNA-dependent protein kinase and dissociates RPA:DNA-PK complexes. EMBO J. 1999, 18, 1397–1406. [Google Scholar] [CrossRef] [PubMed]

	27. 
Kouranti, I.; Peyroche, A. Protein degradation in DNA damage response. Semin. Cell Dev. Biol. 2012, 23, 538–545. [Google Scholar] [CrossRef] [PubMed]

	28. 
Sakasai, R.; Teraoka, H.; Tibbetts, R.S. Proteasome inhibition suppresses DNA-dependent protein kinase activation caused by camptothecin. DNA Repair 2010, 9, 76–82. [Google Scholar] [CrossRef] [PubMed]

	29. 
Sakanyan, V.; Hulin, P.; de Sousa, R.; Silva, V.; Hambardsumyan, A.; Nedellec, S.; Tomasoni, C.; Loge, C.; Pineau, C.; Roussakis, C.; et al. Activation of EGFR by small compounds through coupling the generation of hydrogen peroxide to stable dimerization of Cu/Zn SOD1. Sci. Rep. 2016, 6. [Google Scholar] [CrossRef] [PubMed]

	30. 
Davidson, D.; Amrein, L.; Panasci, L.; Aloyz, R. Small Molecules, Inhibitors of DNA-PK, Targeting DNA Repair, and Beyond. Front. Pharmacol. 2013, 4. [Google Scholar] [CrossRef] [PubMed]

	31. 
Ma, C.C.; Li, H.; Wan, R.Z.; Liu, Z.P. Developments of DNA-dependent Protein Kinase Inhibitors as Anticancer Agents. Mini Rev. Med. Chem. 2014, 14, 884–895. [Google Scholar] [CrossRef]

	32. 
Dolman, M.E.; van der Ploeg, I.; Koster, J.; Bate-Eya, L.T.; Versteeg, R.; Caron, H.N.; Molenaar, J.J. DNA-dependent protein kinase as molecular target for radiosensitization of neuroblastoma cells. PLoS ONE 2015, 10, e0145744. [Google Scholar] [CrossRef] [PubMed]

	33. 
Chen, B.P.; Uematsu, N.; Kobayashi, J.; Lerenthal, Y.; Krempler, A.; Yajima, H.; Lobrich, M.; Shiloh, Y.; Chen, D.J. Ataxia telangiectasia mutated (ATM) is essential for DNA-PKcs phosphorylations at the Thr-2609 cluster upon DNA double strand break. J. Biol. Chem. 2007, 282, 6582–6587. [Google Scholar] [CrossRef] [PubMed]

	34. 
Jiang, X.; Sun, Y.; Chen, S.; Roy, K.; Price, B.D. The FATC domains of PIKK proteins are functionally equivalent and participate in the Tip60-dependent activation of DNA-PKcs and ATM. J. Biol. Chem. 2006, 281, 15741–15746. [Google Scholar] [CrossRef] [PubMed]

	35. 
Mukherjee, B.; Kessinger, C.; Kobayashi, J.; Chen, B.P.; Chen, D.J.; Chatterjee, A.; Burma, S. DNA-PK phosphorylates histone H2AX during apoptotic DNA fragmentation in mammalian cells. DNA Repair 2006, 5, 575–590. [Google Scholar] [CrossRef] [PubMed]

	36. 
Wu, P.Y.; Frit, P.; Malivert, L.; Revy, P.; Biard, D.; Salles, B.; Calsou, P. Interplay between Cernunnos-XLF and nonhomologous end-joining proteins at DNA ends in the cell. J. Biol. Chem. 2007, 282, 31937–31943. [Google Scholar] [CrossRef] [PubMed]

	37. 
Anantha, R.W.; Vassin, V.M.; Borowiec, J.A. Sequential and synergistic modification of human RPA stimulates chromosomal DNA repair. J. Biol. Chem. 2007, 282, 35910–35923. [Google Scholar] [CrossRef] [PubMed]

	38. 
Sakasai, R.; Shinohe, K.; Ichijima, Y.; Okita, N.; Shibata, A.; Asahina, K.; Teraoka, H. Differential involvement of phosphatidylinositol 3-kinase-related protein kinases in hyperphosphorylation of replication protein A2 in response to replication-mediated DNA double-strand breaks. Genes Cells 2006, 11, 237–246. [Google Scholar] [CrossRef] [PubMed]

	39. 
Salmeen, A.; Andersen, J.N.; Myers, M.P.; Meng, T.C.; Hinks, J.A.; Tonks, N.K.; Barford, D. Redox regulation of protein tyrosine phosphatase 1B involves a sulphenyl-amide intermediate. Nature 2003, 423, 769–773. [Google Scholar] [CrossRef] [PubMed]

	40. 
Paulsen, C.E.; Truong, T.H.; Garcia, F.J.; Homann, A.; Gupta, V.; Leonard, S.E.; Carroll, K.S. Peroxide-dependent sulfenylation of the EGFR catalytic site enhances kinase activity. Nat. Chem. Biol. 2012, 8, 57–64. [Google Scholar] [CrossRef] [PubMed]

	41. 
Patridge, E.V.; Eriksson, E.S.; Penketh, P.G.; Baumann, R.P.; Zhu, R.; Shyam, K.; Eriksson, L.A.; Sartorelli, A.C. 7-Nitro-4-(phenylthio)benzofurazan is a potent generator of superoxide and hydrogen peroxide. Arch. Toxicol. 2012, 86, 1613–1625. [Google Scholar] [CrossRef] [PubMed]

	42. 
Li, Y.P.; Chen, Y.; Li, A.S.; Reid, M.B. Hydrogen peroxide stimulates ubiquitin-conjugating activity and expression of genes for specific E2 and E3 proteins in skeletal muscle myotubes. Am. J. Physiol. Cell Physiol. 2003, 285, C806–C812. [Google Scholar] [CrossRef] [PubMed]

	43. 
Lu, H.R.; Zhu, H.; Huang, M.; Chen, Y.; Cai, Y.J.; Miao, Z.H.; Zhang, J.S.; Ding, J. Reactive oxygen species elicit apoptosis by concurrently disrupting topoisomerase II and DNA-dependent protein kinase. Mol. Pharmacol. 2005, 68, 983–994. [Google Scholar] [CrossRef] [PubMed]

	44. 
Muller, C.; Calsou, P.; Frit, P.; Cayrol, C.; Carter, T.; Salles, B. UV sensitivity and impaired nucleotide excision repair in DNA-dependent protein kinase mutant cells. Nucleic Acids Res. 1998, 26, 1382–1389. [Google Scholar] [CrossRef] [PubMed]

	45. 
Peddi, P.; Loftin, C.W.; Dickey, J.S.; Hair, J.M.; Burns, K.J.; Aziz, K.; Francisco, D.C.; Panayiotidis, M.I.; Sedelnikova, O.A.; Bonner, W.M.; et al. DNA-PKcs deficiency leads to persistence of oxidatively induced clustered DNA lesions in human tumor cells. Free Radic. Biol. Med. 2010, 48, 1435–1443. [Google Scholar] [CrossRef] [PubMed]























© 2016 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 (CC-BY) license (http://creativecommons.org/licenses/by/4.0/).







media/file4.png
Time min 5 10 5 10 5 10 5 10
EGF 150ng/mt. - + + - - -+ 4 - -
NSC 100 pm - - - + + - - = + +

Ubiquitin






nav.xhtml


  ijms-17-00703


  
    		
      ijms-17-00703
    


  




  





media/file1.png
Time min

Relative Expression

o % 8 ¥ 8
|
=
=
| =
Relative Expression
o % 8 ¥ 8
P

S & 8 & & S $
& & & & & ¢ &
o4 PC-3
Incubation h 9 24 34 48 58 72

soon- — «— oTubulin





media/file2.png
DU145

Merge
DNAPKcs+DAPI

PC-3 NSC 100uM

Control Smin 10min 20min 30min






media/file7.png
Cell survival (%)

(VR TR

0.1 1
NSC concentration (pM)






media/file5.png
MG132 25uM - 1n -+ - -+ o+ -+
CPT 10°M-1n - - + - - + + +
NSC 100M-10 min -+ o+

I p-RPA2 Hyperphosphoryl:hon

‘.‘.““mwm.
T —————— a-Tubulin

DNA-PKes
1 p-ATM
hadad ot d R R B-Tubulin
CDK PIKK

RPA2 L RPA2-®—l> RPA2-®)® @

Basal Intermediate Hyperphosphorylation
Phosphorylation





media/file3.png
PC-3 PC-3
NU7441 1uM 1h N 104M  100uM
1h  10min
CPT10“M1h - - [l —
A Nsc - - T EEE
37kDa- CPT 10M 20h -+ -+ -+
—_ «—PRPAZ
- e BB .. S7k00- 18
- e e — 2
37kDa- AR S < A2

o pT21RPA2

- —— e e e . oTubulin





media/file0.png
A

PC-3 DU145
Time min 5 10 5 10 5 10 5 10
EGF 150ng/mL -+ + - - -+ + - -
NSC 100um

50 kDa -

150 kDa -

100 kDa -

75 kDa -

50 kDa -

37 kDa -
37 kDa -

25 kDa -

50 kDa -

f
f
1
+
+
f
1
f
+
+

DNAPKc

KU80

KU70

a-Tubulin

PARP

MRE11

a-Tubulin

RAD51

PCNA

a-Tubulin





media/file8.png
(%) Amgenn 120

100

10

CPT concentration (M)





media/file6.png
Time min 5 15 5 15
NSC 100 uM - + + - + +
Thioglycerol 10 mM - - - + + +

250-

Dimer

SOD-1

Monomer

. . - - - - Ubiquitin

Goosy
Lol

— — — — — — K170

so- S ——— -— = -tubulin
20— —. v_ . - .
e — . V"HZAX





