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Abstract: The synthetic curcumin analogue, 3,5-bis[(2-fluorophenyl)methylene]-4-piperidinone
(EF-24), suppresses NF-kB activity and exhibits antiproliferative effects against a variety of cancer cells
in vitro. Recently, it was reported that EF-24-induced apoptosis was mediated by a redox-dependent
mechanism. Here, we studied the effects of N-acetylcysteine (NAC) on EF-24-induced cell death.
We also addressed the question of whether the main drug transporters, ABCB1 and ABCG2, affect
the cytotoxic of EF-24. We observed that EF-24 induced cell death with apoptotic hallmarks in
human leukemia K562 cells. Importantly, the loss of cell viability was preceded by production of
reactive oxygen species (ROS), and by a decrease of reduced glutathione (GSH). However, neither
ROS production nor the decrease in GSH predominantly contributed to the EF-24-induced cell death.
We found that EF-24 formed an adduct with GSH, which is likely the mechanism contributing to
the decrease of GSH. Although NAC abrogated ROS production, decreased GSH and prevented
cell death, its protective effect was mainly due to a rapid conversion of intra- and extra-cellular
EF-24 into the EF-24-NAC adduct without cytotoxic effects. Furthermore, we found that neither
overexpression of ABCB1 nor ABCG2 reduced the antiproliferative effects of EF-24. In conclusion,
a redox-dependent-mediated mechanism only marginally contributes to the EF-24-induced apoptosis
in K562 cells. The main mechanism of NAC protection against EF-24-induced apoptosis is conversion
of cytotoxic EF-24 into the noncytotoxic EF-24-NAC adduct. Neither ABCB1 nor ABCG2 mediated
resistance to EF-24.
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1. Introduction

Many polyphenolic compounds extracted from plants have been demonstrated to have
cancer-preventing activities in laboratory studies. Curcumin, a component of turmeric (Curcuma longa),
is a typical example. This agent was reported to inhibit proliferation and survival of cancer cells
in vitro, while retaining a pharmacologically safety profile in vivo. However, clinical studies show
that curcumin has low efficacy due to rapid excretion in vivo [1,2]. This prompted the development
of analogues, which are more potent inducers of apoptosis in in vitro assays and also more efficient
in vivo.

Adams and co-workers synthesized 3,5-bis[(2-fluorophenyl)methylene]-4-piperidinone (EF-24),
a fluorinated curcumin analog which exhibits antiprolifative effects against a variety of cancer cells
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in vitro [3-9] and also in animal models in vivo [10-12]. Unlike curcumin, EF-24 is bioavailable with
a greater potency to induce cell death in many tumors and shows relatively low toxicity [13]. It does
this through direct inhibition of IkB kinase (IKK), resulting in suppression of NF-«B activity [5,12].
In addition, the antiproliferative effects of EF-24 may also be mediated by deregulation of important
signaling pathways that include upregulation of PTEN, downregulation of Akt or inhibition HIF-1c¢ in
certain cancer cell lines in vitro [7-10]. Several reports also suggest that the anticancer activity of EF-24
may be mediated, in part, by a redox-dependent induction of apoptosis [14,15] or due to increased
reactive oxygen species (ROS) production [9,16,17].

Here we address the question of how much oxidative stress contributes to the cell death induction
in EF-24-treated human leukemia K562 cells. We also studied whether ABCB1 (P-glycoprotein)
and ABCG2 (BCRP, breast cancer resistance protein), which are usually considered the main drug
transporters underlying the multidrug resistance (MDR) phenotype in cancer cells, compromise the
antiproliferative effects of EF-24 in K562 cells. We observed that ROS production and glutathione
(GSH) depletion contributed to EF-24-induced cell death only slightly. Importantly, neither ABCB1 nor
ABCG?2 expression reduced the cytotoxic effects of EF-24.

2. Results

2.1. N-Acetylcysteine (NAC) Prevented 3,5-bis[(2-Fluorophenyl)Methylene]-4-Piperidinone (EF-24)-Induced
Cell Death with Apoptotic Hallmarks in K562 Cells

In this study we used human leukemia K562 cells, since they represent a type of malignancy with
impaired NF-«B activity [18]. We observed that EF-24 induced cell death with apoptotic hallmarks,
including chromatin condensation, DNA fragmentation and caspase-3 activation (Figure 1, Table 1).
Importantly, EF-24-induced cell death was preceded by ROS production, which was significant but
moderate (Figure 2a,b), and by the reduction of GSH levels within K562 cells (Figure 2c). Despite
the fact that enhanced ROS production and the drop in GSH levels might indicate oxidative stress,
an increased level of oxidized glutathione (GSSG) was not found as the GSH/GSSG ratio was not
dramatically changed (Figure 2d). Addition of N-acetylcysteine (NAC) at millimolar concentrations
into the growth medium abrogated ROS production (Figure 2a,b), GSH depletion (Figure 2c) and
prevented apoptosis induction in EF-24-treated K562 cells (Figure 1, Table 1). Interestingly, pretreatment
of cells with NAC at sub-milimolar concentrations diminished ROS production, restored GSH levels
but, it prevented cell death only partially (not shown). In contrast, addition of catalase (CAT) into
the growth medium abrogated ROS production (Figure 3a), but it did not prevent GSH depletion
(Figure 3b), and failed to reduced cell death (Figure 3c, Table 1).

Table 1. Effect of N-acetylcysteine (NAC) and catalase (CAT) on cell proliferation and viability in
EF-24-treated K562 cells.

Cell Treatment ICsg
EF-24 0.73 £0.11 uM
EF-24 + 2 mM NAC >20 uM
EF-24 + CAT (50 U/mL) 0.84 £+ 0.15 uM

2.2. EF-24 Did Not Activate Nuclear Factor-Erythroid 2 Related Factor 2 (Ntf2) in K562 Cells

To evaluate the significance of ROS production in the fate of the cell, we addressed the question
of whether EF-24 is capable of activating the nuclear factor-erythroid 2 related factor 2 (Nrf2). It is
well documented that cells respond to oxidative stress by activation of cellular defense mechanisms
that comprise several antioxidant pathways regulated by Nrf2 [19,20]. However, our results clearly
indicated that EF-24 did not activate the Nrf2 signaling pathway. Indeed, neither increased levels of
Nrf2 nor elevated expression levels of stress-response proteins, including heme oxygenase-1 (HO-1)
and NAD(P)H:quinon oxidoreductase 1 (NQO1) were observed in EF-24-treated K562 cells (Figure 4).
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These results, together with those described in the previous paragraph, collectively suggest that
increased production of ROS played only a marginal role in the induction of the death of EF-24-treated
K562 cells.
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Figure 1. Effect of N-acetylcysteine (NAC) on cell death in 3,5-bis[(2-fluorophenyl)methylene]-4-
piperidinone (EF-24)-treated cells. Cells were treated with EF-24 or with EF-24 + 2 mM NAC,
as indicated. Incubation proceeded for 24 h prior to appropriate analysis. The experimental points
represent mean values from three replicate experiments, with standard deviations. (a) Effect of NAC
on nuclear morphology in EF-24 treated cells. Pictures represent typical examples. (b) A quantitative
analysis of the effect of NAC on nuclear morphology in EF-24 treated cells. At least 300 cells were
examined in each experiment; * denotes significant change in the number of cells with apoptotic nuclei
(p < 0.05) between K562 cells treated with EF-24 and cells treated with EF-24 + NAC. (c) Effect of
NAC on occurrence of cells in sub G1 phase in response to EF-24 treatment. A representative analysis.
(d) A quantitative analysis of the effect of NAC on occurrence of cells in sub G1 phase in response to
EF-24 treatment; * denotes significant change in the number of cells sub G1 phase (p < 0.05) between
K562 cells treated with EF-24 and cells treated with EF-24 + NAC. (e) Effect of NAC on caspase-3
activation in EF-24-treated cells. After 16 h, cells DEVDase enzymatic activity was determined in cell
lysates using Ac-DEVD-AMC; * denotes significant change in DEVDase enzymatic activity (p < 0.05)
between K562 cells treated with EF-24 and cells treated with EF-24 + NAC. (f) Effect of NAC on
caspase-3 processing in EF-24 treated cells. After 16 h, caspase-3 processing was monitored using
western blot analysis. Picture represents a typical example.
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Figure 2. Effect of NAC on EF-24-induced oxidative stress. Cells were treated with EF-24 or with
EF-24 + 2 mM NAC, as indicated. The experimental points represent mean values from three replicate
experiments, with standard deviations. (a) Effect of NAC on reactive oxygen species (ROS) production
in EF-24-treated cells. ROS production was determined using flow cytometry after 3 h incubation.
A representative analysis. (b) A quantitative analysis of the effect of NAC on ROS production in
response to EF-24 treatment. ROS production was determined using flow cytometry after 3 h incubation;
* denotes significant change in ROS production (p < 0.05) between control (untreated) K562 cells and
cells treated with EF-24; § denotes significant change in ROS production (p < 0.05) between EF-24
treated K562 cells and cells treated with EF-24 + NAC. (c) Effect of NAC on intracellular glutathione
(GSH) level in EF-24 treated cells. After 3 h incubation, the intracellular content of GSH was determined
using LC/MS/MS analysis; * denotes significant change in the intracellular level of GSH (p < 0.05)
between control (untreated) K562 cells and cells treated with EF-24; § denotes significant change in
intracellular level of GSH (p < 0.05) between K562 cells treated with EF-24 and cells treated with
EF-24 + NAC. (d) Effect of NAC on GSH/oxidized glutathione (GSSG) ratio in EF-24-treated cells.
After 3 h incubation, the intracellular content of GSH and GSSG were determined using LC/MS/MS
analysis; * denotes significant change in GSH/GSSG ratio (p < 0.05) between K562 cells treated with
EF-24 and cells treated with EF-24 + NAC.
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Figure 3. Effect of catalase (CAT) on EF-24-induced oxidative stress. Cells were treated with EF-24
or with EF-24 + CAT (50 U/mL), as indicated. The experimental points represent mean values from

three replicate experiments, with standard deviations. (a) Effect of CAT on ROS production in EF-24

treated cells. After 3 h incubation, ROS production was determined using flow cytometry; * denotes

significant change in ROS production (p < 0.05) between control (untreated) K562 cells and cells treated
with EF-24; § denotes significant change in ROS production (p < 0.05) between EF-24-treated K562 cells
and cells treated with EF-24 + CAT. (b) Effect of CAT on intracellular GSH level in EF-24 treated cells.
After 6 h incubation, the intracellular content of GSH was determined using LC/MS/MS analysis;

* denotes significant change in intracellular level of GSH (p < 0.05) between control (untreated) K562
cells and cells treated with EF-24. (c) Effect of CAT on nuclear morphology in EF-24-treated cells.
After 24 h, cells were stained using Hoechst33342, and nuclear morphology was examined using

fluorescence microscopy.
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Figure 4. Effect of EF-24 on the activation of Nrf2 regulated signaling pathway. Cells were treated with
EF-24 or with EF-24 + 2 mM NAC, as indicated. Incubation proceeded for 6 h prior to Western blot
analysis. Treatment of cells with sulforaphane was used as a positive control [21]. (a) Effect of EF-24 on
the activation of Nrf2. A representative example. (b) A quantitative analysis of the effect of EF-24 on
the activation of N1f2; * denotes significant change in the N1f2 level (p < 0.05) between untreated K562

cells and cells treated with sulforaphane. (c) Effect of EF-24 on the activation of heme oxygenase-1

(HO-1). A representative example. (d) A quantitative analysis of the effect of EF-24 on the activation of

HO-1; * denotes significant change in the HO-1 level (p < 0.05) between untreated K562 cells and cells
treated with sulforaphane. (e) Effect of EF-24 on the activation of NAD(P)H:quinon oxidoreductase 1

(NQO1). A representative example. (f) A quantitative analysis of the effect of EF-24 on the activation of

NQO1,; * denotes significant change in NQOT1 levels (p < 0.05) between untreated K562 cells and cells

treated with sulforaphane.
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2.3. Conversion of Cytotoxic EF-24 Into the Non-Cytotoxic EF-24-NAC Adduct is the Main Mechanism of the
NAC Protection Against the Cytotoxic Effects of EF-24

Excessive oxidation of GSH as a result of oxidative stress, or its conjugation with xenobiotics
represent important mechanisms that may lead to the depletion of cellular GSH [22,23]. Given that no
increased level of GSSG was found in cells (Figure 2d) or culture medium (not shown), we studied
the interaction of EF-24 and GSH in more detail. As expected, we found intracellular formation of the
EF-24-GSH adduct in K562 cells (Figure 5a,b). The amount of EF-24-GSH adduct was proportional to
the concentration of EF-24 (not shown). Formation of the EF-24-GSH adduct was significantly reduced
by the addition of NAC (Figure 5b). While GSH depletion seemed to be related to the EF-24-GSH
adduct formation, the restoration of GSH synthesis using NAC could not fully explain the mechanism
of NAC protection against EF-24-induced apoptosis. Indeed, we found that adding NAC to the
culture medium induced a rapid intra- and extra-cellular clearance of EF-24 (Figure 6a,b). This was
accompanied by intra- and extra-cellular formation of the EF-24 adduct with NAC (Figure 6c—e). These
results clearly indicated that conversion of cytotoxic EF-24 into the non-cytotoxic EF-24-NAC adduct
was the main mechanism of NAC protection. It is important to point out that EF-24 formed mono-
and di-adducts with NAC and/or GSH, however, the mono-adducts were predominant (not shown).
For this reason, the data presented here refer to the appropriate mono-adducts.
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Figure 5. EF-24 forms adduct with GSH. (a) MS/MS analysis of the EF-24-GSH adduct: Mass
spectrum of the molecular ion of EF-24-GSH adduct (m/z 619.0), result fragment ion [EF-24 + H]J*,
m/z312.2, [GSH + H]*, m/z 308.0, and [COH7NF+H]*, m/z 149.0. (b) Effect of NAC on EF-24-GSH
adduct formation. Cells were treated with EF-24 or in the combination with 2 mM NAC for
given incubation times. The amount of the EF-24-GSH adduct in cells was determined using
LC/MS/MS. The experimental points represent mean values from three replicate experiments, with
standard deviations; * denotes significant change in EF-24-GSH adduct content between EF-24 and
EF-24 + NAC-treated K562 cells.
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Figure 6. Effect of NAC on extracellular and intracellular levels of EF-24. Cells were treated with
EF-24 or with EF-24 + 2 mM NAC. At indicated time intervals, extracellular and intracellular levels of
EF-24 were determined using LC/MS/MS analysis. (a) Extracellular EF-24 level; * denotes significant
change in EF-24 content in growth medium (p < 0.05) between EF-24 and EF-24 + NAC-treated
K562 cells. (b) Intracellular EF-24 level; * denotes significant change in intracellular EF-24 content
(p < 0.05) between EF-24 and EF-24 + NAC-treated K562 cells. The experimental points represent
mean values from three replicate experiments, with standard deviations. (c¢) MS/MS analysis of
EF-24-NAC adduct: Mass spectrum of the molecular ion of [EF-24-NAC-adduct]*, m/z 475.0, result
fragment ion [EF-24+H]*, m/z 312.2, and [CO9H7NF + H]*, m/z 149.0. (d) Time course of intracellular
EF-24-NAC adduct formation. Cells were treated with EF-24 or with EF-24 + NAC for given incubation
time. The amount of EF-24-NAC adduct in cells was determined using LC/MS/MS. (e) Time—course
of extracellular EF-24-NAC adduct formation. Cells were treated with EF-24 or with EF-24 + NAC
for given incubation times. The amount of EF-24-NAC adduct in growth medium was determined
using LC/MS/MS. The experimental points represent mean values from three replicate experiments,
with standard deviations.
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To directly demonstrate that the EF-24-NAC adduct was not cytotoxic, we used a mixture of
EF-24 and NAC in distilled water, where the reaction was allowed to proceed until 50% of EF-24
was converted into the EF-24-NAC adduct (not shown). K562 cells were then treated with the
diluted reaction mixture. We observed that the proapoptotic effect of the reaction mixture, containing
approximately one half of remnant free EF-24 and one half of EF-24-NAC adduct, was equivalent
to the effect of remnant free EF-24 (Figure 7). For example, a diluted reaction mixture containing
approximately 1 uM EF-24 and 1 uM EF-24-NAC adduct exhibited a proapoptotic effect, which was
similar to that of 1 uM EF-24 itself rather than to the effect of 2 uM EF-24 (Figure 7).
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Figure 7. Proapoptotic effects of the EF-24-NAC adduct. EF-24 (50 uM) was mixed with 2 mM NAC in
distilled water at ambient temperature and reaction was monitored using LC/MS/MS analysis. When
50% of EF-24 was converted into the EF-24-NAC adduct, reaction was stopped by dilution. Then K562
cells were treated with EF-24 alone or with diluted reaction mixture containing the same amount of
EF-24, however, approximately 50% of it was converted into EF-24-NAC adduct. The experimental
points represent mean values from three replicate experiments, with standard deviations; * denotes
significant change in the number of cells with apoptotic nuclei (p < 0.05) between K562 cells treated with
“free” EF-24 and cells treated with a diluted mixture containing the same amount of EF-24 (50% “free”
EF-24 + 50% EF-24-NAC adduct).

2.4. Overexpression of ABCB1 and ABCG2 Did Not Compromise the Antiproliferative Effects of EF-24 in
K562 Cells

Decreased intracellular drug levels, which prevent effective interaction between the drug and its
cellular target, is a generally accepted mechanism of resistance mediated by ABC transporters [24,25].
Therefore, we analyzed extracts from cells expressing ABCB1 and ABCG2, the main drug transporters
(Figures 8 and 9). We found that neither the overexpression of ABCB1 nor ABCG2 significantly
reduced the intracellular levels of EF-24 (Figure 9). Accordingly, neither ABCB1 nor ABCG2 expression
mediated resistance to EF-24 (Table 2). Importantly, EF-24 exhibited a proapoptotic effect in ABCB1-
and ABCG2-expressing cells similar to that found in parental K562 cells (not shown). Our results clearly
indicate that EF-24 would exhibit antiproliferative effects, irrespective of ABCB1 or ABCG2 expression.
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Figure 8. Analysis of ABCB1 and ABCG2 expression: (a) Flow cytometric analysis of ABCB1 expression.
Isotype control (grey histogram); K562 parental cell line (dash line); K562/Dox cells (dot line);
K562/DoxDR2 cells (solid line). (b) Quantitative analysis of ABCB1 expression. ABCB1 expression
was quantified as the mean fluorescence intensity (MFI) shift (ratio of MFI of UIC2-PE antibody and
isotype control). The experimental points represent mean values from three replicate experiments,
with standard deviations; * denotes significant change in ABCB1 expression (p < 0.05) between K562
cells and cells expressing various levels of ABCB1 (K562/Dox, K562/DoxDR2). (c) Flow cytometric
analysis of ABCG2 expression. Isotype control (grey histogram); K562 parental cell line (solid line);
K562/ ABCG2CL10 cells (dash-dot line); K562/ ABCGCL1 cells (dot line). (d) Quantitative analysis
of ABCG2 expression. ABCG2 expression was quantified as the mean fluorescence intensity (MFI)
shift (ratio of MFI of CD338-PE antibody and isotype control). The experimental points represent
mean values from three replicate experiments, with standard deviations; * denotes significant change

in ABCG2 expression (p < 0.05) between K562 cells and cells expressing various levels of ABCG2
(K562/ABCGCL10, K562/ ABCGCL1).
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Figure 9. Intracellular levels of EF-24 in cells expressing ABCB1 or ABCG2. The parental cell line
K562, which does not express any of the transporters was used as a control. (a) Relative intracellular
levels of EF-24 in cells overexpressing ABCB1 transporter. Cells were treated with EF-24 or with
EF-24 + inhibitor zosuquidar trihydrochloride (ZSQ), as indicated. The experimental points represent
mean values from three replicate experiments, with standard deviations. (b) Relative intracellular
levels of EF-24 in cells overexpressing ABCG2 transporter. Cells were treated with EF-24 or with
EF-24 + inhibitor Ko143, as indicated. The experimental points represent mean values from three
replicate experiments, with standard deviations.

Table 2. Effect of ABCB1 or ABCG2 expression on cell proliferation and viability in EF-24 treated K562
cells. ZSQ, zosuquidar trihydrochloride.

EF-24 EF-24 + ZSQ EF-24 + Ko143
K562 0.74 £ 0.10 uM 0.71 £0.10 uyM 0.77 £ 0.12 uM
K562 /Dox 0.87 £0.15 uM 0.72 £0.11 uM -
K562 /DoxDR2 0.75 £ 0.11 uM 0.69 £ 0.10 uM -
K562/ABCG2CL10 0.71 £0.11 pM - 0.75£0.11 uM
K562/ABCG2CL1 0.72 £0.10 pM - 0.76 £0.11 uM

3. Discussion

A large number of studies have demonstrated aberrant NF-«B signaling in solid cancers, as well
as in various types of hematologic malignancies. NF-kB is involved in regulating the expression
of a number of genes that affect proliferation, cell survival, tumor metastasis, angiogenesis and
inflammation. Therefore, targeting aberrant NF-«B activation together with its upstream and
downstream interacting regulatory molecules using low molecular weight inhibitors, may be useful in
clinical settings for the treatment of solid cancers and hematological malignancies [18].

Our results indicate the strong proapoptotic potential of EF-24 in K562 cells (Figure 1, Table 1).
Its proapoptotic effect is much higher than that demonstrated in colorectal or gastric cancer cells [16,17].
This is not surprising, since chronic myelogenous leukemia cells rely on aberrant activation of
NF-«B [18], and EF-24 efficiently suppresses NF-«B signaling through direct inhibition of IKK [5,12].
However, several laboratories have shown that the proapoptotic effects of EF-24 are also mediated by
a redox-dependent mechanism [14-17]. A recent publication concluded that EF-24 induces apoptosis
via ROS-dependent mitochondrial dysfunction in human colorectal cancer cells [17]. This is supported
by the findings that the EF-24-induced cell death was preceded by production of ROS, GSH depletion
and mainly by the observation that NAC, a well-known radical scavenger and a precursor of GSH
synthesis, prevented cell death [23]. Our results suggest that the EF-24-induced cell death with
apoptotic features (Figure 1) was preceded by transient production of ROS (not shown) with a peak at
3 h after the EF-24 addition, and by a decrease in GSH levels in human leukemia K562 cells (Figure 2).
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However, in contrast to the conclusions published by He and co-workers [17], we do not think that
ROS production itself is the direct cause of cell death. This conclusion stems from following findings.
First, although CAT prevented ROS production (Figure 3a), it failed to reduce the antiproliferative
effects of EF-24 (Table 1, Figure 3c). Second, even though ROS production and reduced intracellular
level of GSH are typical signs of oxidative stress, these were not accompanied by elevated levels of
GSSG (Figure 2d). In contrast to expectations, we observed that, both GSH and GSSG decreased,
however, the decrease in GSSG was somewhat lower than that of GSH for 2 uM EF-24 (Figure 2d).
There was no evidence for any other mechanisms of GSH depletion, such as leakage of GSH and/or
GSSG into the growth medium (not shown). Third, we also failed to find any signs of Nrf2 activation.
Nrf2 is a master regulator of cell response to oxidative stress [19,20]. Under “normal” conditions it is
maintained at low levels and resides predominantly in the cytoplasm. Upon oxidative stress, Nrf2
levels increase due to diminished proteasomal degradation, and it translocates to the nucleus to trigger
transcription of a plethora of genes to cope with the oxidative stress [19,26]. However, no elevated
Nrf2 level (Figure 4a,b) or increased expression of antioxidant genes, including HO-1 (Figure 4c,d) or
NQOI1 (Figure 4e,f) were found in the present study.

Similarly, the decrease in GSH level itself is probably not a direct cause of cell death. Indeed,
EF-24, up to 1 uM concentration, had no effect on inducing a significant decrease in GSH, while it
induced significant cell death (Figures 1 and 2). In addition, NAC at sub-millimolar concentrations,
affected cell survival only partially, despite significantly reduced the drop in GSH level (not shown).

Instead, EF-24 may serve as a Michael acceptor and form adducts with thiols [15]. Similar to
others [15], we found that EF-24 forms mono-adducts (Figure 5) and di-adducts (not shown) with GSH.
Since the di-adducts represented only a minor part of the adducts, we analyzed mono-adducts. We
hypothesize that the formation of EF-24-GSH adducts may contribute to the decrease in GSH levels
(Figures 2c and 3b), since we found no evidence for any other mechanism of GSH depletion, such as
leakage of GSH and/or GSSG into the growth medium (not shown).

NAC prevented the adverse effects of EF-24, including cell death (Figures 1 and 2). However,
we do not agree with the interpretation that NAC prevented EF-24-induced cell death due to the
abrogation of ROS production and restoration of GSH synthesis [14,15,17]. Our results strongly
suggest that addition of NAC at millimolar concentrations into the culture medium induces a rapid
conversion of EF-24 into EF-24-NAC adduct (Figure 6) which is non-cytotoxic (Figure 7). Based on
our results, we believe that this is the main mechanism of NAC protection against EF-24 cytotoxicity.
A summary of our proposed mechanism is shown in Figure 10. It is necessary to note that EF-24 forms
mono-adducts (Figure 6¢,d) and di-adducts (not shown) with NAC. The di-adducts represented only
a minor percentage of adducts. The results presented refer to the mono-adducts for this reason.

cytotoxic non-cytotoxic

EF-24
EF-24 +NAC —> EF-21~NAC
adduct
— nac
ROS productio NAC directly interacts with EF-24 and
GSH depletion forms an EF-24-NAC adduct which is
nontoxic

Cell death

Previous explanation Our explanation

Figure 10. Proposed mechanism of NAC protection against EF-24 cytotoxicity in K562 cells.
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We believe that this mechanism of NAC protection plays a crucial role in experimental systems
with other cytotoxic agents. For example, cell death induced by geldanamycin (GDN) or by carbonyl
cyanide-4-(trifluoromethoxy)phenylhydrazone (FCCP) at high micromolar concentrations is preceded
by ROS production and GSH depletion, and can be prevented by NAC addition to the culture medium.
In these experimental systems, NAC prevents GDN and FCCP cytotoxicity by conversion of these
cytotoxic drugs into corresponding non-cytotoxic adducts with NAC [27,28].

EF-24 may have promise as an anticancer compound applicable in cases of drug resistance,
specifically for those which express main drug transporters, ABCB1 and ABCG2 [29]. Indeed, neither
ABCBI nor ABCG2 overexpression significantly reduced the intracellular level of EF-24 in K562 cells
(Figure 9). Correspondingly, cells overexpressing ABCB1 or ABCG2 were sensitive to EF-24 in a way
that is similar to the parent K562 cells (Table 2). Since drug resistance strongly depends on transporter
expression levels [30-33], we used cells with various expression levels of ABCB1 or ABCG2 in this study.
Importantly, cells with high expression levels of drug transporters, which are often used in laboratory
experiments, might exhibit a distinct resistance to the studied drug. In contrast, cells expressing lower
levels of drug transporters, which may occur in clinical samples [34-36], might exhibit a much lower
degree of resistance to the particular drug, or the resistance can be completely lost. However, neither
moderate nor high expression levels of either transporter failed to mediate resistance to EF-24 in our
study (Figures 8 and 9, Table 2). These results indicate that the antiproliferative potential of EF-24
cannot easily be decreased by overexpression of the main drug transporters, ABCB1 and ABCG2,
neither in clinical settings nor in the laboratory. In this context, the properties of EF-24 are very similar
to those of curcumin, which is not transported by ABCB1 or ABCG2 [37,38].

In conclusion, the results strongly suggest only marginal contribution of a redox-dependent
mechanism to EF-24 induced apoptosis in human leukemia K562 cells. The main mechanism of NAC
protection against EF-24-induced apoptosis is the conversion of cytotoxic EF-24 into the non-cytotoxic
EF-24-NAC adduct. Drug transporters, ABCB1 and ABCG2, do not reduce the antiproliferative effects
of EF-24 in K562 cells.

4. Material and Methods

4.1. Chemicals and Cell Treatment

EF-24 (3,5-bis[(2-fluorophenyl)methylene]-4-piperidinone) and DL-sulforaphane were obtained
from Sigma-Aldrich (Saint Louis, MO, USA) and dissolved in DMSO. The residual concentration
of DMSO in growth medium was approximately 0.1-0.2%. Catalase (CAT) from bovine liver was
dissolved in 25 mM Tris/HCI buffer, pH = 7.0. Cell treatment was done using 50 units of CAT per
mL. N-acetylcystein (NAC) was dissolved in distilled water. All chemicals were purchased from
Sigma-Aldrich (St. Louis, MO, USA). Zosuquidar trihydrochloride (ZSQ; LY335979) and Ko143
(3S,65,12a5)-1,2,3,4,6,7,12,12a-Octahy dro-9-methoxy-6-(2-methylpropyl)-1,4-dioxopyrazino-[1’,2":1,6]
pyrido [3,4-blindole-3-propanoic acid 1,1-dimethylethyl ester were obtained from Enzo Life Sciences
AG (Lausen, Switzerland).

4.2. Cell Culture

Human chronic myelogenous leukaemia K562 cells were grown in RPMI-1640 medium
supplemented with 10% calf fetal serum and antibiotics in 5% CO, atmosphere at 37 °C. K562 cells
were obtained from European Collection of Authenticated Cell Culture (ECACC).

K562 /Dox cells overexpressing ABCB1 were kindly provided by Prof J.P. Marie (University of
Paris 6, Paris, France). Characterization of the K562 /Dox cell line is given in details elsewhere [39].
K562 /DoxDR2 cells with decreased expression of ABCB1 were established by stable transfection of
K562 /Dox cells with a plasmid vector expressing shRNA targeting the ABCB1 gene [39,40].

K562/ABCG2 cells overexpressing wild type ABCG2 [41] were kindly provided by Prof B.
Sarkadi (National Blood Center and Semmelweis University, Budapest, Hungary). Sub-clones
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K562/ ABCG2CL10 and K562/ ABCG2CL1 with high and low expression level of ABCG2, respectively,
were used in this study. They were established by a single cell cloning by limiting dilution of
K562/ ABCG2 cells [31].

Resistant cells were cultured under the same conditions as maternal K562 cells.

4.3. Determination of Cell Survival and Proliferation

Cell viability and proliferation was determined using the MTT assay as described previously [42].

4.4. Analysis of Cell Cycle and Apoptotic Cells

Flow cytometric measurements of DNA content were used to analyze the cell cycle as well as for
identification of apoptotic cells (fraction of cells in the sub G1 phase), as described previously [27,43].
Apoptotic cells are expressed as a percentage of cells in sub G1 phase.

4.5. Measurement of ROS Production

Intracellular ROS were detected in 2’,7’-dichlorodihydrofluorescein diacetate (H,DCF-DA)-loaded
cells (Molecular Probe, Leiden, The Netherlands) as described previously [28].

4.6. Morphological Analysis of Apoptosis

Fixed cells were stained with Hoechst 33342 Sigma-Aldrich (St. Louis, MO, USA) and morphology
of cell nuclei was examined using an Olympus BX60 (Olympus, Hamburg, Germany) fluorescence
microscope as described previously [44].

4.7. Measurement of Caspase-3 Enzymatic Activity

Caspase-3 enzymatic (DEVDase) activity was measured in cytoplasmic extracts using the
fluorescent substrate Ac-DEVD-AMC [45]. It is necessary to note that Ac-DEVD-AMC substrate
is efficiently cleaved also by caspase-7. Therefore, we used the term “DEVDase activity” when refering
to the cleavage of Ac-DEVD-AMC substrate in the text.

4.8. Measurement of Caspase-3 Processing

Western blot analysis was used to directly demonstrate capase-3 processing. Briefly, protein
extracts and sample preparation were done as described previously [46]. Caspase-3 processing
was determined using Western blot analysis with a polyclonal anti-caspase-3 antibody (1:1000; Cell
Signaling Technology, Danvers, MA, USA) recognizing both pro- and active protease forms and
polyclonal anti-HSP90 antibody (1:2000; Cell Signaling Technology, Danvers, MA, USA) for detection
of reference protein. A horseradish peroxidase-conjugated secondary anti-rabbit antibody (1:2000;
Dako, Glostrup, Denmark) in combination with an enhanced chemiluminiscence (ECL; Amersham,
Little Chalfont, UK) was used for signal detection.

4.9. Western Blot Analysis of Activation of Nrf2 and Stress-Response Pathway

Western blot analysis was used to demonstrate the activation of Nrf2 and its downstream regulated
genes, including HO-1 and NQO1 [20]. Protein extracts were done as described previously [46]. Mouse
monoclonal anti-Nrf2 antibody (A-10; 1:1000; Santa Cruz Biotechnology, Dallas, TX, USA) was used to
determine human ~60 kDa forms of Nrf2. Rabbit polyclonal anti-HO-1 antibody (1:1000; Thermo Fisher
Scientific, Waltham, MA, USA) for detection of HO-1 and rabbit polyclonal anti-NQO1 antibody (1:1000;
Thermo Fisher Scientific, Waltham, MA, USA) for the detection of HO-1 and NQOJ1, respectively.
Polyclonal anti-HSP90 antibody and polyclonal anti-HSP70 antibody (both 1:2000; Cell Signaling
Technology, Danvers, MA, USA) was used for detection of reference protein. Goat anti-rabbit IgG-HRP
or goat anti-mouse IgG-HRP secondary antibody (1:2000 or 1:10,000; Dako, Glostrup, Denmark) in
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combination with an enhanced chemiluminiscence (ECL; Amersham, Little Chalfont, UK) was used
for signal detection.

4.10. Preparation of Cell Extracts

An optimized acidic extraction of cells after their separation from the culture medium by
centrifugation through a layer of silicone oil with a slight modification was used [27,28,47]. Briefly,
cells at a density of 5 x 10°/mL were incubated in the culture medium (with or without EF-24)
for appropriate time periods at 37 °C. Afterwards, cells were centrifuged through silicone oil and
cell pellets were extracted as follows: ice cold 5% (v/v) formic acid was used for GSH and EF-24
analysis; or ice cold 4% (v/v) formic acid in 40% (v/v) methanol in water was used for EF-24-GSH
and EF-24-NAC adduct analysis. Clarified cell extracts (centrifugation: 40,000x g 10 min at 4 °C)
were diluted with distilled water and analyzed by liquid chromatography coupled with a low-energy
collision tandem mass spectrometer (LC/MS/MS). Alternatively, clarified cell extracts were stored at
—80 °C.

4.11. High-Performance Liquid Chromatography (HPLC) Analysis of Glutathione (GSH) and Oxidized
Glutathione (GSSG)

Quantitative analysis of GSH and GSSG was done using LC/MS/MS during one run with the
specific parameters. The chromatographic separations were performed using the high-performance
liquid chromatography (HPLC) tower system UltiMate 3000 (Dionex, Germering, Germany), a Polaris
C18-A, 5 um, 250 x 2.0 mm HPLC column (Varian Inc., Lake Forest, CA, USA), and a guard C18,
4.0 x 2.0 mm precolumn (Phenomenex, Torrance, CA, USA). The chromatographic parameters were
as follows: the binary gradient of mobile phase A (95% methanol in 0.25% formic acid, v/v) and B
(0.25% formic acid in water, v/v) from 0-3 min (5 — 23% of solvent A), from 3—4 min (23 — 95% of
solvent A), from 4-6 min (95 — 5% of solvent A) and from 6-10 min (5% of solvent A); the flow rate at
0.3 mL/min; the sample injection volume at 5 uL. The API 3200 triple quadrupole mass spectrometer
(MDS SCIEX, Concord, ON, Canada) with the TurbolonSpray interface in the positive ion mode was
applied for quantification of analytes. The Product Ion Scan mode (GSH: Q1 quadrupole 308.1 amu,
Q3 quadrupole at scale 178.95-179.05 amu and GSSG: Q1 quadrupole 613.1 amu, Q3 quadrupole
at scale 230.6-231.4 amu) was used. The mass-dependent parametres were optimized: the collision
energy and the declustering potential for GSH standard were 17 V and 26 V, and for GSSG standard
were 45 V and 51 V, respectively. lon spray probe parameters were set for GSH and GSSG standards:
needle voltage 5500 V and temperature 450 °C. Data were acquired using Analyst® software, ver. 1.5.1
(MDS SCIEX, Concord, ON, Canada).

4.12. Determination of EF-24

The HPLC/MS/MS analytical system was described in Section 4.11. A Kinetex HILIC, 2.6 um,
150 x 2.1 mm column (Phenomenex, Torrance, CA, USA) and a guard Kinetex HILIC, 4.0 x 2.0 mm
precolumn (Phenomenex, Torrance, CA, USA) were installed. The binary linear gradient of mobile
phase C (95% acetonitrile in 0.25% formic acid, v/v) and B (0.25% formic acid in water, v/v) from
0-6 min (95 — 25% of solvent C), from 6-7 min (25 — 95% of solvent C), and from 7-11 min (95%
of solvent C) was programmed. The flow rate at 0.15 mL/min and the sample injection volume at
10 uL were set. The mass spectrometer was operated in the multiple-reaction monitoring (MRM)
mode. MRM transition mode of 312 > 149 amu (dwell-time = 100 ms) was optimized for quantifying
of EF-24. Mass spectrometric parameters were set to the following values: needle voltage, temperature,
collision energy, declustering potential and entrance potential at 5500 V, 400 °C, 33.0 V, 46.0 V and
5.0V, respectively.
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4.13. Determination of EF-24-GSH and EF-24-NAC Adducts

The HPLC/MS/MS analytical system was described in Section 4.11. For chromatography columns
see Section 4.12. The binary gradient of mobile phase C (95% acetonitrile in 0.25% formic acid, v/v)
and B (0.25% formic acid in water, v/v) from 0-6 min (95 — 75% of solvent C), from 6—7 min (75 — 50%
of solvent C), from 7-10 min (50% of solvent C), from 10-11 min (50 — 95% of solvent C), and from
11 — 15 min (95% of solvent C) was used. The flow rate at 0.2 mL/min and the sample injection
volume at 10 uL were adjusted. The Product Ion Scan mode was optimized (EF-24-GSH adduct:
Q1 quadrupole 619.0 amu, Q3 quadrupole at range 148.8-149.6 amu and EF-24-NAC adduct: Q1
quadrupole 475.4 amu, Q3 quadrupole at range 148.8-149.6 amu). Mass spectrometric parameters
were adjusted to the values: needle voltage, temperature, collision energy, declustering potential and
entrance potential at 5500 V, 400 °C, 70.0 V, 30.0 V and 5.0 V for EF-24-GSH adduct and 5500 V, 400 °C,
65V, 35V and 5.0 V for EF-24-NAC adduct, respectively.

4.14. Statistical Analysis

Data are reported as means + S.D. All statistical analyses were performed using SigmaPlot 11.0
software package (Systat Software Inc., San Jose, CA, USA). Statistical significance of differences
was determined by Student’s ¢-tests and one-way ANOVA. p values equal to or less than 0.05 were
considered significant.

Acknowledgments: This work was supported by an Internal grant of Palacky University Olomouc
(IGA_LF_2017_038).

Author Contributions: Research design: Petr Mlejnek; experiments: Nikola Skoupa and Eliska Ruzickova;
analytical tools and data analysis: Petr Dolezel; manuscript preparation: Mlejnek Petr.

Conflicts of Interest: The authors declare there are no conflicts of interest.

References

1. Cheng, AL; Hsu, CH,; Lin, ] K; Hsu, MM.; Ho, Y.E; Shen, TS, Ko, J.Y;; Lin, J.T.; Lin, BR;
Ming-Shiang, W.; et al. Phase I clinical trial of curcumin, a chemopreventive agent, in patients with
high-risk or pre-malignant lesions. Anticancer Res. 2001, 21, 2895-2900. [PubMed]

2. Sharma, R.A;; Euden, S.A.; Platton, S.L.; Cooke, D.N.; Shafayat, A.; Hewitt, H.R.; Marczylo, T.H.; Morgan, B.;
Hemingway, D.; Plummer, S.M.; et al. Phase I clinical trial of oral curcumin: Biomarkers of systemic activity
and compliance. Clin. Cancer Res. 2004, 10, 6847-6854. [CrossRef] [PubMed]

3. Adams, BK,; Ferstl, EM.; Davis, M.C.; Herold, M.; Kurtkaya, S.; Camalier, R.F; Hollingshead, M.G.;
Kaur, G.; Sausville, E.A.; Rickles, ER; et al. Synthesis and biological evaluation of novel curcumin analogs
as anti-cancer and anti-angiogenesis agents. Bioorg. Med. Chem. 2004, 12, 3871-3883. [CrossRef] [PubMed]

4. Tan, X.; Sidell, N.; Mancini, A.; Huang, R.P.; Shenming, W.; Horowitz, L.R.; Liotta, D.C.; Taylor, R.N.;
Wieser, F. Multiple anticancer activities of EF24, a novel curcumin analog, on human ovarian carcinoma cells.
Reprod. Sci. 2010, 17, 931-940. [CrossRef] [PubMed]

5. Kasinski, A.L; Du, Y,; Thomas, S.L.; Zhao, J; Sun, S.Y.,; Khuri, ER; Wang, C.Y.,; Shoji, M,
Sun, A.; Snyder, ].P; et al. Inhibition of IkappaB kinase-nuclear factor-kappaB signaling pathway by
3,5-bis(2-flurobenzylidene)piperidin-4-one (EF24), a novel monoketone analog of curcumin. Mol. Pharmacol.
2008, 74, 654-661. [CrossRef] [PubMed]

6. Selvendiran, K.; Tong, L.; Vishwanath, S.; Bratasz, A.; Trigg, N.J.; Kutala, VK.; Hideg, K.; Kuppusamy, P.
EF24 induces G2/M arrest and apoptosis in cisplatin-resistant human ovarian cancer cells by increasing
PTEN expression. |. Biol. Chem. 2007, 282, 28609-28618. [CrossRef] [PubMed]

7. Thomas, S.L.; Zhong, D.; Zhou, W.; Malik, S.; Liotta, D.; Snyder, ].P.; Hamel, E.; Giannakakou, P. EF24, a novel
curcumin analog, disrupts the microtubule cytoskeleton and inhibits HIF-1. Cell Cycle 2008, 7, 2409-2417.
[CrossRef] [PubMed]

8. Liang, Y.; Zheng, T.; Song, R.; Wang, J.; Yin, D.; Wang, L.; Liu, H.; Tian, L.; Fang, X.; Meng, X.; et al.
Hypoxia-mediated sorafenib resistance can be overcome by EF24 through Von Hippel-Lindau tumor


http://www.ncbi.nlm.nih.gov/pubmed/11712783
http://dx.doi.org/10.1158/1078-0432.CCR-04-0744
http://www.ncbi.nlm.nih.gov/pubmed/15501961
http://dx.doi.org/10.1016/j.bmc.2004.05.006
http://www.ncbi.nlm.nih.gov/pubmed/15210154
http://dx.doi.org/10.1177/1933719110374239
http://www.ncbi.nlm.nih.gov/pubmed/20693500
http://dx.doi.org/10.1124/mol.108.046201
http://www.ncbi.nlm.nih.gov/pubmed/18577686
http://dx.doi.org/10.1074/jbc.M703796200
http://www.ncbi.nlm.nih.gov/pubmed/17684018
http://dx.doi.org/10.4161/cc.6410
http://www.ncbi.nlm.nih.gov/pubmed/18682687

Int. ]. Mol. Sci. 2017, 18, 2289 17 of 18

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

suppressor-dependent HIF-1« inhibition in hepatocellular carcinoma. Hepatology 2013, 57, 1847-1857.
[CrossRef] [PubMed]

Chen, W.; Zou, P,; Zhao, Z.; Chen, X,; Fan, X.; Vinothkumar, R.; Cui, R.; Wu, F; Zhang, Q.; Liang, G.; et al.
Synergistic antitumor activity of rapamycin and EF24 via increasing ROS for the treatment of gastric cancer.
Redox Biol. 2016, 10, 78-89. [CrossRef] [PubMed]

Subramaniam, D.; May, R.; Sureban, S.M.; Lee, K.B.; George, R.; Kuppusamy, P.; Ramanujam, R.P; Hideg, K.;
Dieckgraefe, B.K.; Houchen, C.W.; et al. Diphenyl difluoroketone: A curcumin derivative with potent in vivo
anticancer activity. Cancer Res. 2008, 68, 1962-1969. [CrossRef] [PubMed]

Liu, H,; Liang, Y.; Wang, L.; Tian, L.; Song, R.; Han, T.; Pan, S.; Liu, L. In vivo and in vitro suppression of
hepatocellular carcinoma by EF24, a curcumin analog. PLoS ONE 2012, 7, e48075. [CrossRef] [PubMed]
Yang, C.H,; Yue, J.; Sims, M.; Pfeffer, L.M. The curcumin analog EF24 targets NF-kB and miRNA-21, and has
potent anticancer activity in vitro and in vivo. PLoS ONE 2013, 8, e71130. [CrossRef] [PubMed]

Mosley, C.A.; Liotta, D.C.; Snyder, ].P. Highly active anticancer curcumin analogues. Adv. Exp. Med. Biol.
2007, 595, 77-103. [CrossRef] [PubMed]

Adams, B.K,; Cai, J.; Armstrong, J.; Herold, M.; Lu, YJ.; Sun, A.; Snyder, J.P; Liotta, D.C.; Jones, D.P;
Shoji, M. EF-24, a novel synthetic curcumin analog, induces apoptosis in cancer cells via a redox-dependent
mechanism. Anticancer Drugs 2005, 16, 263-275. [CrossRef] [PubMed]

Sun, A.; Lu, Y.J.; Hu, H.; Shoji, M; Liotta, D.C.; Snyder, ].P. Curcumin analog cytotoxicity against breast
cancer cells: Exploitation of a redox-dependent mechanism. Bioorg. Med. Chem. Lett. 2009, 19, 6627-6631.
[CrossRef] [PubMed]

Zou, P; Xia, Y.; Chen, W,; Chen, X,; Ying, S.; Feng, Z.; Chen, T.; Ye, Q.; Wang, Z.; Qiu, C.; et al. EF24 induces
ROS-mediated apoptosis via targeting thioredoxin reductase 1 in gastric cancer cells. Oncotarget 2016, 7,
18050-18064. [CrossRef] [PubMed]

He, G.; Feng, C.; Vinothkumar, R.; Chen, W.; Dai, X.; Chen, X; Ye, Q.; Qiu, C.; Zhou, H.; Wang, Y.; et al.
Curcumin analog EF24 induces apoptosis via ROS-dependent mitochondrial dysfunction in human colorectal
cancer cells. Cancer Chemother. Pharmacol. 2016, 78, 1151-1161. [CrossRef] [PubMed]

Braun, T.; Carvalho, G.; Fabre, C.; Grosjean, ].; Fenaux, P.; Kroemer, G. Targeting NF-kappaB in hematologic
malignancies. Cell Death Differ. 2006, 13, 748-758. [CrossRef] [PubMed]

Suzuki, T.; Yamamoto, M. Molecular basis of the Keap1-Nrf2 system. Free Radic. Biol. Med. 2015, 88, 93-100.
[CrossRef] [PubMed]

Gorrini, C.; Harris, LS.; Mak, T.W. Modulation of oxidative stress as an anticancer strategy. Nat. Rev.
Drug Discov. 2013, 12, 931-947. [CrossRef] [PubMed]

Myzak, M.C.; Dashwood, R.H. Chemoprotection by sulforaphane: Keep one eye beyond Keap1. Cancer Lett.
2006, 233, 208-218. [CrossRef] [PubMed]

Ketterer, B.; Coles, B.; Meyer, D.]J. The role of glutathione in detoxication. Environ. Health Perspect. 1983, 49,
59-69. [CrossRef] [PubMed]

Franco, R.; Cidlowski, J.A. Apoptosis and glutathione: Beyond an antioxidant. Cell Death Differ. 2009, 16,
1303-1314. [CrossRef] [PubMed]

Gottesman, M.M. How cancer cells evade chemotherapy: Sixteenth Richard and Hinda Rosenthal Foundation
Award Lecture. Cancer Res. 1993, 53, 747-754. [PubMed]

Ambudkar, S.V.; Kimchi-Sarfaty, C.; Sauna, Z.E.; Gottesman, M.M. P-glycoprotein: From genomics to
mechanism. Oncogene 2003, 22, 7468-7485. [CrossRef] [PubMed]

Nguyen, T.; Sherratt, PJ.; Huang, H.C.; Yang, C.S.; Pickett, C.B. Increased protein stability as a mechanism
that enhances Nrf2-mediated transcriptional activation of the antioxidant response element. Degradation of
Nrf2 by the 26 S proteasome. J. Biol. Chem. 2003, 278, 4536—4541. [CrossRef] [PubMed]

Mlejnek, P; Dolezel, P. N-acetylcysteine prevents the geldanamycin cytotoxicity by forming
geldanamycin-N-acetylcysteine adduct. Chem. Biol. Interact. 2014, 220, 248-254. [CrossRef] [PubMed]
Mlejnek, P.; Dolezel, P. Loss of mitochondrial transmembrane potential and glutathione depletion are not
sufficient to account for induction of apoptosis by carbonyl cyanide 4-(trifluoromethoxy)phenylhydrazone
in human leukemia K562 cells. Chem. Biol. Interact. 2015, 239, 100-110. [CrossRef] [PubMed]

Tirk, D.; Szakacs, G. Relevance of multidrug resistance in the age of targeted therapy. Curr. Opin. Drug
Discov. Dev. 2009, 12, 246-252.


http://dx.doi.org/10.1002/hep.26224
http://www.ncbi.nlm.nih.gov/pubmed/23299930
http://dx.doi.org/10.1016/j.redox.2016.09.006
http://www.ncbi.nlm.nih.gov/pubmed/27697670
http://dx.doi.org/10.1158/0008-5472.CAN-07-6011
http://www.ncbi.nlm.nih.gov/pubmed/18339878
http://dx.doi.org/10.1371/journal.pone.0048075
http://www.ncbi.nlm.nih.gov/pubmed/23118928
http://dx.doi.org/10.1371/journal.pone.0071130
http://www.ncbi.nlm.nih.gov/pubmed/23940701
http://dx.doi.org/10.1007/978-0-387-46401-5_2
http://www.ncbi.nlm.nih.gov/pubmed/17569206
http://dx.doi.org/10.1097/00001813-200503000-00005
http://www.ncbi.nlm.nih.gov/pubmed/15711178
http://dx.doi.org/10.1016/j.bmcl.2009.10.023
http://www.ncbi.nlm.nih.gov/pubmed/19854644
http://dx.doi.org/10.18632/oncotarget.7633
http://www.ncbi.nlm.nih.gov/pubmed/26919110
http://dx.doi.org/10.1007/s00280-016-3172-x
http://www.ncbi.nlm.nih.gov/pubmed/27787644
http://dx.doi.org/10.1038/sj.cdd.4401874
http://www.ncbi.nlm.nih.gov/pubmed/16498458
http://dx.doi.org/10.1016/j.freeradbiomed.2015.06.006
http://www.ncbi.nlm.nih.gov/pubmed/26117331
http://dx.doi.org/10.1038/nrd4002
http://www.ncbi.nlm.nih.gov/pubmed/24287781
http://dx.doi.org/10.1016/j.canlet.2005.02.033
http://www.ncbi.nlm.nih.gov/pubmed/16520150
http://dx.doi.org/10.1289/ehp.834959
http://www.ncbi.nlm.nih.gov/pubmed/6339228
http://dx.doi.org/10.1038/cdd.2009.107
http://www.ncbi.nlm.nih.gov/pubmed/19662025
http://www.ncbi.nlm.nih.gov/pubmed/8094031
http://dx.doi.org/10.1038/sj.onc.1206948
http://www.ncbi.nlm.nih.gov/pubmed/14576852
http://dx.doi.org/10.1074/jbc.M207293200
http://www.ncbi.nlm.nih.gov/pubmed/12446695
http://dx.doi.org/10.1016/j.cbi.2014.06.025
http://www.ncbi.nlm.nih.gov/pubmed/24998639
http://dx.doi.org/10.1016/j.cbi.2015.06.033
http://www.ncbi.nlm.nih.gov/pubmed/26115783

Int. ]. Mol. Sci. 2017, 18, 2289 18 of 18

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

Kosztyu, P.; Dolezel, P.; Mlejnek, P. Can P-glycoprotein mediate resistance to nilotinib in human leukaemia
cells? Pharmacol. Res. 2013, 67, 79-83. [CrossRef] [PubMed]

Kosztyu, P; Bukvova, R.; Dolezel, P.; Mlejnek, P. Resistance to daunorubicin, imatinib, or nilotinib depends
on expression levels of ABCB1 and ABCG2 in human leukemia cells. Chem. Biol. Interact. 2014, 219, 203-210.
[CrossRef] [PubMed]

Mlejnek, P.; Dolezel, P.; Ruzickova, E. Drug resistance of cancer cells is crucially affected by expression levels
of ABC-transporters. BioDiscovery 2017, 20, e11211. [CrossRef]

Ruzickova, E.; Janska, R.; Dolezel, P.; Mlejnek, P. A clinically relevant study of interactions of inhibitors of
anti-apoptotic Bcl-2 proteins with the ABC transporters. Pharmazie 2017, in press.

Fojo, AT; Ueda, K; Slamon, D.J.; Poplack, D.G.; Gottesman, M.M.; Pastan, 1. Expression of
a multidrug-resistance gene in human tumors and tissues. Proc. Natl. Acad. Sci. USA 1987, 84, 265-269.
[CrossRef] [PubMed]

Goldstein, L.J.; Galski, H.; Fojo, A.; Willingham, M.; Lai, S.L.; Gazdar, A.; Pirker, R.; Green, A.; Crist, W.;
Brodeur, G.M.; et al. Expression of a multidrug resistance gene in human cancers. J. Natl. Cancer Inst. 1989,
81, 116-124. [CrossRef] [PubMed]

Mlejnek, P; Kosztyu, P; Dolezel, P.; Bates, S.E.; Ruzickova, E. Reversal of ABCB1 mediated efflux by imatinib
and nilotinib in cells expressing various transporter levels. Chem. Biol. Interact. 2017, 273, 171-179. [CrossRef]
[PubMed]

Chearwae, W.; Anuchapreeda, S.; Nandigama, K.; Ambudkar, S.V.; Limtrakul, P. Biochemical mechanism of
modulation of human P-glycoprotein (ABCB1) by curcumin I, II, and III purified from Turmeric powder.
Biochem. Pharmacol. 2004, 68, 2043-2052. [CrossRef] [PubMed]

Chearwae, W.; Shukla, S.; Limtrakul, P.; Ambudkar, S.V. Modulation of the function of the multidrug
resistance-linked ATP-binding cassette transporter ABCG2 by the cancer chemopreventive agent curcumin.
Mol. Cancer Ther. 2006, 5, 1995-2006. [CrossRef] [PubMed]

Tang, R.; Faussat, A.M.; Perrot, ].Y.; Marjanovic, Z.; Cohen, S.; Storme, T.; Morjani, H.; Legrand, O.;
Marie, ].P. Zosuquidar restores drug sensitivity in P-glycoprotein expressing acute myeloid leukemia
(AML). BMC Cancer 2008, 8, 51-59. [CrossRef] [PubMed]

Mlejnek, P.; Dolezel, P.; Kosztyu, P. P-glycoprotein mediates resistance to A3 adenosine receptor agonist
2-chloro-N6-(3-iodobenzyl)-adenosine-5'-N-methyluronamide in human leukemia cells. J. Cell. Physiol. 2012,
227, 676—685. [CrossRef] [PubMed]

Elkind, N.B.; Szentpétery, Z.; Apati, A Ozvegy—Laczka, C.; Varady, G.; Ujhelly, O.; Szabé, K.; Homolya, L.;
Véradi, A.; Buday, L.; et al. Multidrug transporter ABCG2 prevents tumor cell death induced by the
epidermal growth factor receptor inhibitor Iressa (ZD1839, Gefitinib). Cancer Res. 2005, 65, 1770-1777.
[CrossRef] [PubMed]

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

Nicoletti, I.; Migliorati, G.; Pagliacci, M.C.; Grignani, F.; Riccardi, C. A rapid and simple method for
measuring thymocyte apoptosis by propidium iodide staining and flow cytometry. J. Immunol. Methods 1991,
139, 271-279. [CrossRef]

Mlejnek, P.; Kuglik, P. Induction of apoptosis in HL-60 cells by N6-Benzyladenosine. J. Cell. Biochem. 2000,
77,6-17. [CrossRef]

Frydrych, I.; Mlejnek, P. Serine protease inhibitors N-alpha-tosyl-L-lysinyl-chloromethylketone (TLCK) and
N-tosyl-L-phenylalaninyl-chloromethylketone (TPCK) are potent inhibitors of activated caspase proteases.
J. Cell. Biochem. 2008, 103, 1646-1656. [CrossRef] [PubMed]

Frydrych, I; Mlejnek, P; Dolezel, P.; Zoumpourlis, V.; Krumpochova, P. The broad-spectrum caspase inhibitor
Boc-Asp-CMK induces cell death in human leukaemia cells. Toxicol. In Vitro 2008, 22, 1356-1360. [CrossRef]
[PubMed]

Mlejnek, P.; Novak, O.; Dolezel, P. A non-radioactive assay for precise determination of intracellular levels of
imatinib and its main metabolite in Bcr-Abl positive cells. Talanta 2011, 283, 1466-1471. [CrossRef] [PubMed]

® © 2017 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/).


http://dx.doi.org/10.1016/j.phrs.2012.10.012
http://www.ncbi.nlm.nih.gov/pubmed/23103446
http://dx.doi.org/10.1016/j.cbi.2014.06.009
http://www.ncbi.nlm.nih.gov/pubmed/24954033
http://dx.doi.org/10.3897/biodiscovery.20.e11211
http://dx.doi.org/10.1073/pnas.84.1.265
http://www.ncbi.nlm.nih.gov/pubmed/2432605
http://dx.doi.org/10.1093/jnci/81.2.116
http://www.ncbi.nlm.nih.gov/pubmed/2562856
http://dx.doi.org/10.1016/j.cbi.2017.06.012
http://www.ncbi.nlm.nih.gov/pubmed/28623111
http://dx.doi.org/10.1016/j.bcp.2004.07.009
http://www.ncbi.nlm.nih.gov/pubmed/15476675
http://dx.doi.org/10.1158/1535-7163.MCT-06-0087
http://www.ncbi.nlm.nih.gov/pubmed/16928820
http://dx.doi.org/10.1186/1471-2407-8-51
http://www.ncbi.nlm.nih.gov/pubmed/18271955
http://dx.doi.org/10.1002/jcp.22775
http://www.ncbi.nlm.nih.gov/pubmed/21520073
http://dx.doi.org/10.1158/0008-5472.CAN-04-3303
http://www.ncbi.nlm.nih.gov/pubmed/15753373
http://dx.doi.org/10.1016/0022-1759(83)90303-4
http://dx.doi.org/10.1016/0022-1759(91)90198-O
http://dx.doi.org/10.1002/(SICI)1097-4644(20000401)77:1&lt;6::AID-JCB2&gt;3.0.CO;2-3
http://dx.doi.org/10.1002/jcb.21550
http://www.ncbi.nlm.nih.gov/pubmed/17879947
http://dx.doi.org/10.1016/j.tiv.2008.02.017
http://www.ncbi.nlm.nih.gov/pubmed/18434077
http://dx.doi.org/10.1016/j.talanta.2010.11.028
http://www.ncbi.nlm.nih.gov/pubmed/21238737
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Results 
	N-Acetylcysteine (NAC) Prevented 3,5-bis[(2-Fluorophenyl)Methylene]-4-Piperidinone (EF-24)-Induced Cell Death with Apoptotic Hallmarks in K562 Cells 
	EF-24 Did Not Activate Nuclear Factor-Erythroid 2 Related Factor 2 (Nrf2) in K562 Cells 
	Conversion of Cytotoxic EF-24 Into the Non-Cytotoxic EF-24-NAC Adduct is the Main Mechanism of the NAC Protection Against the Cytotoxic Effects of EF-24 
	Overexpression of ABCB1 and ABCG2 Did Not Compromise the Antiproliferative Effects of EF-24 in K562 Cells 

	Discussion 
	Material and Methods 
	Chemicals and Cell Treatment 
	Cell Culture 
	Determination of Cell Survival and Proliferation 
	Analysis of Cell Cycle and Apoptotic Cells 
	Measurement of ROS Production 
	Morphological Analysis of Apoptosis 
	Measurement of Caspase-3 Enzymatic Activity 
	Measurement of Caspase-3 Processing 
	Western Blot Analysis of Activation of Nrf2 and Stress-Response Pathway 
	Preparation of Cell Extracts 
	High-Performance Liquid Chromatography (HPLC) Analysis of Glutathione (GSH) and Oxidized Glutathione (GSSG) 
	Determination of EF-24 
	Determination of EF-24-GSH and EF-24-NAC Adducts 
	Statistical Analysis 


