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ABSTRACT: Cancer cells generally possess higher levels of reactive OH  mo o
oxygen species than normal cells, and this can serve as a possible 'OHI -OH MEOY\/KZ
. ) - . N i N
therapeutic target. In this proof-of-concept study, an antioxidant-inspired o I o
drug discovery strategy was evaluated using a hydroxycinnamic acid wmeo— \ DNA DNA
g 9 9 -1 g g g (o} damage protection
derivative. The processing of oxidized mixtures of p-coumaric acid Bk, x]

methyl ester (pcm) revealed a new antitumor lead, graviquinone. @
Graviquinone bypassed ABCBI-mediated resistance, induced DNA Tumor cell Normal cell
damage in lung carcinoma cells but exerted DNA protective activity in

normal keratinocytes, and modulated DNA damage response in MCEF-7 cells. The cytotoxic effect of pcm in MCF-7 cells was
potentiated under H,O,-induced oxidative stress, and the formation of graviquinone was confirmed by Fenton’s reaction on
pem. In silico density functional theory calculations suggested graviquinone as a kinetic product of pcm-scavenging *OH
radicals. Our results demonstrate the pharmacological value of an in situ-formed, oxidative stress-related metabolite of an
antioxidant. This might be of particular importance for designing new strategies for antioxidant-based drug discovery.

B INTRODUCTION (pem; also referred to as methyl-p-coumarate), which is enabled
by the induction of phase II metabolic enzymes such as quinone
reductase and glutathione-S-transferase.’

In addition to the antitumor and antioxidant potential of
hydroxycinnamic acids, some inspiring studies about their
oxidized metabolites have been published. Pieters et al. found
that Ag,O-catalyzed biomimetic oxidation of cm or ferulic acid
methyl ester (fm) in a mixture of anhydrous benzene and
anhydrous acetone yielded dihydrobenzofuran lignans with

Hydroxycinnamic acids, such as p-coumaric, caffeic, ferulic, and
chlorogenic acids, are among the most abundant dietary
antioxidants. They occur in many vegetables (e.g., olive, potato,
lettuce, broccoli, cauliflower, chicory, and cabbage), fruits (e.g,,
various berries, grapes, dates, and apple), cereals (e.g., common
and hard wheat and cereal products such as bread), spices (e.g.,
clove, Ceylon cinnamon, nutmeg, and cumin), nuts (e.g.,
peanut), dark chocolate, vegetable oils, and beverages (e.g.,

beers, wines, fruit juices, tea, and coffee).! The antioxidant highly potent in7 vitro antiproliferative activity on different
properties of these phenolic acids have been widely cancer cell lines.” The dimer of cm showed great antitumor
described.”™* They have been reported for a large variety of potential with growth inhibitory concentrations (Gls,) lower
bioactivities, including chemopreventive and antitumor effects. than 10 nM against breast cancer cell lines, MDA-MB-435,
For example, caffeic acid methyl ester (cm) was shown to inhibit MDA-N, and BT-549. Moreover, this compound was identified
colon carcinogenesis through the inhibition of tyrosine protein

kinase and arachidonic acid metabolism.> Another example is Received: December 20, 2018

the chemopreventive activity of p-coumaric acid methyl ester Published: January 7, 2019
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Figure 1. Cytotoxic activity of pcm and its oxidized metabolite mixtures OX1-5 on L5178 (A) and L5178, (B) cancer cells, and chemical structures of
pem and its oxidized metabolites isolated (C). Dilutions for each mixture were performed by calculating with the molecular mass of pem; upward
arrows mark samples with IC;, values >150 M. Reagents and solvents for obtaining each mixture were as follows. OX1: PIFA, ACN; OX2: PIFA,
ACN-—water (9:1); OX3: PIFA, MeOH; OX4: PIFA, MeOH—water (9:1), and OXS: PCC, CH,CL,.

as a potent antitubulin agent.” These dihydrobenzofuran lignans
were also reported to exert antiangiogenic activity,” and another
study described similar activity of the fm-derived lignan on
angiogenesis.” Recently, the above-mentioned dimer of cm
(referred to as Q2-3) attracted great attention for its
antimetastatic activity on mammary tumors because of the
interference with their microenvironment; namely, Q2-3 was
able to induce IL-25 secretion from tumor-associated
fibroblasts. "

As one of the mechanisms preventing free-radical-associated
damage, antioxidants can scavenge free radicals. In turn, this
process may form oxidized metabolites with different bio-
activities. The effect of these metabolites on the overall
bioactivity may be minor, or at least difficult to discriminate
with respect to that of their parental antioxidants within the cell
environment. However, these metabolites could be used as new
model compounds or leads in drug discovery. In this context,
and considering the intriguing antitumor potential of hydrox-
ycinnamic acids, this study aims at the investigation of both the
formation and the bioactivity of oxidized metabolites of pcm.

B RESULTS AND DISCUSSION

Preparation of Oxidized Metabolites of pcm. As a first
step, we aimed to study the effect of various oxidative conditions
on the cytotoxic activity of pcm. The oxidation of pcm was
performed by a hypervalent iodine(III) reagent, phenyliodine
bis(trifluoroacetate) (PIFA), in acetonitrile (ACN), ACN—
water (9:1, v/v), methanol, or methanol—water (9:1, v/v), or
with pyridinium chlorochromate (PCC) in dichloromethane.
PIFA was selected based on two reasons. First, this reagent was
previously reported to react with p-phenols via a single-electron
transfer (SET) mechanism through a cation radical intermedi-
ate.'" Second, this cation radical intermediate can deprotonate
in aqueous medium and lead to the same phenoxyl radical that
would form in a hydrogen atom transfer (HAT) reaction. As p-
coumaric acid was previously suggested to scavenge reactive
oxygen species (ROS) either through SET or HAT mecha-
nism, ©~ we expected that PIFA-mediated oxidation of pcm
would lead to a metabolite pattern similar to that of ROS
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scavenging. Following oxidation, each product mixture was
subjected to solid-phase extraction on silica to prevent false-
positive results because of residual traces of reagents. The
obtained product extracts (named OX1-5) were tested for their
cytotoxic activity in comparison with that of pcm on a mouse
lymphoma cell line (L5178) and its multidrug-resistant (MDR)
subcell line, obtained by transfection of L5178 with the human
ABCBI gene (L5178g;). A dramatic increase in the cytotoxic
activity was observed with OX1 and OX2 as compared to that of
pem (Figure 1A,B); hence, these conditions were chosen to
perform scale-up in order to allow the isolation of individual
active constituents. Altogether, three scale-up procedures were
performed, from which five metabolites (1—5, see Figure 1C)
were isolated by combined chromatographic techniques.
Structure elucidation of these compounds was (i) performed
by mass spectrometry (MS) and comprehensive one-dimen-
sional (1D) and two-dimensional (2D) nuclear magnetic
resonance (NMR) methods and then (ii) confirmed by
comparin$ their chemical shifts with reported literature
values."*~1¢

Compound 1 has most likely been formed from pcm in a way
similar to that previously described for the dihydrobenzofuran
dimers of cm or fm, followed by the elimination of a phenol
moiety and the formation of benzofuran skeleton. The
formation of compounds 2 (i, cm) and 3 (p-hydroxy-
benzaldehyde) can intuitively be explained by the impact of
the oxidative environment. Compound 4 (methyl 2,5-
dihydroxycinnamate or methyl grevillate) represents a highly
unexpected structure, which has, however, previously been
isolated from natural sources.'® Considering the reaction
mechanism of phenol oxidation by PIFA,'"' one can only
suspect the formation and opening-up of an epoxide
intermediate as an explanation for the unexpected migration
of the p-hydroxyl group to the meta-position. Compound $
(known as graviquinone) is also a natural product that has first
been isolated from the “silky oak,” Grevillea robusta A. Cunn, and
identified as a cytotoxic compound against MCF-7, NCI-H460,
and SE-268 cell lines in vitro."® The p-quinol moiety of § makes
it related to protoflavones that are known for their strong
antitumor activity in vitro and in vivo,"” as well as for their ability
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to bypass resistance mediated by the P-glycoprotein (P-gp)/
ABCBI1 or breast cancer resistance protein/ABCG2 efflux
transporters.18

Antitumor Potential of Oxidized pcm Metabolites. The
in vitro cytotoxic activity of compounds 1—5 was tested on the
above-mentioned mouse lymphoma cell line pair (L5178 and
L5178g,). Following this, compounds 4 and 5 were also tested
on a diverse panel of cancer cell lines, including MCF-7, HeLa,
and SiHa, and several lung carcinoma cell lines, such as A549
adenocarcinoma, a highly metastatic large cell lung carcinoma
(NCI-H661), and a non-small-cell lung carcinoma (NCI-H460)
and its MDR counterpart (NCI-H460/R) developed by
continuous exposure of the initially sensitive cell line to
doxorubicin. Results of these bioassays are compiled in Table 1.

The parental antioxidant pcm exerted very low cytotoxic
activity as measured by 3-(4,5-dimethylthiazol-2-y1)-2,5-diphe-
nyltetrazolium bromide (MTT) assay, and the NCI-H460/R
cell line showed a nearly 10-fold cross-resistance to this
compound as compared to the NCI-H460 cells. Some of its
oxidized metabolites, however, exerted a great, ca. 2—3 orders of
magnitude stronger cytotoxic activity. Among the two identified
active metabolites (4 and §), 2.4 times cross-resistance toward
the hydroquinone analogue compound 4 was observed in the
MDR cell line L5178, suggesting that this compound is likely a
substrate of the P-gp/ABCBI efflux transporter. Nevertheless,
the resistance profile of this compound was much more
favorable than that of pcm on the NCI-H460/NCI-H460/R
cell line, exhibiting a less than twice cross-resistance in the latter.
Compound 5 bypassed resistance of both the ABCBI-
transfected cell line and NCI-H460/R adapted to doxorubicin.
Its activity was as strong as that of the positive control
doxorubicin in L5178 cells, but while doxorubicin demonstrated
28.9 times higher IC, in resistant L5178y, compared to
corresponding sensitive L5178 cells, compound 5 was similarly
active in both cell lines. Moreover, compound S showed a nearly
10 times selective cytotoxicity against the lymphoma cell lines,
and a ca. 2—3 times selectivity against the NCI-460 and NCI-
661 cell lines versus the immortalized human keratinocytes
(HaCaT), suggesting a good selectivity profile toward cancer
cells.

Cell death analysis by annexin-V/propidium iodide (PI)
staining revealed that both compounds 4 and $ induce cellular
necrosis (Table 2).

Compound 4 exerted the strongest effect on NCI-H460 cells,
which were also the most sensitive to 4 according to the
cytotoxicity assay. As the most prominent effect, compound §
increased the percentage of necrotic NCI-H661 cells from
2.58% (untreated control) to 44.82% (treated). This was similar
to our previous observations on a p-quinol flavonoid,
protoapigenone, which also induced necrosis-type cell death
associated with ataxia telangiectasia and Rad3-related kinase
(ATR) inhibition through Chk1, leading to the accumulation of
DNA lesions."” Considering the structural relationship between
protoapigenone and compound §, our attention turned toward
its potential ability to exert DNA damage and interfere with
DNA damage response (DDR) at the same time.

As a marker of DNA damage, the expression of histone 2A.X
(H2A.X) was analyzed after treatment with compound 4 or S.
The potential effect of compound 5 on DDR was evaluated with
western immunoblotting after UV irradiation of MCF7 cells
(Figure 2).

The results clearly showed the induction of DNA damage by §
in NCI-H460 and NCI-H460/R cells with significantly
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Table 1. In Vitro Cytotoxic Activity of pcm and Its Oxidized Metabolites 1—5“

ICq + SEM (uM)

AS49

322.92 + 8.09

SiHa

>150

HeLa
>150

MCEF-7
>400

HaCaT
311.22 + 3.75

NCI-H661
289.21 + 8.42

NCI-H460/R
1043.13 + 59.36

NCI-H460
120.01 + 2.14

L5178,

>150
>150

L5178
125.60 + 8.89

pcm

>150

112.8 + 4.45

>150

103.9 + 3.02

>150

8.51 + 1.54
9.85 £ 1.03

9.69 + 0.18
4.05 £0.10
0.03 + 0.01

4.14 £ 0.09 4.19 £0.11

4.32 £ 0.09
0.55 £ 0.16

12.38 £ 0.23 3.77 £ 0.07 7.05 +0.13
2.06 £ 0.03

0.62 + 0.08

523 +0.29
0.46 £+ 0.09
0.41 + 0.07

8.89 + 1.09
0.76 + 0.01

6.22 + 1.07
1.08 + 0.01

1.44 £ 0.02
0.35 £0.12

1.85 £ 0.03
0.04 £ 0.01

1.21 + 0.0

1.89 £ 0.25

11.83 + 0.64

Dox

“ICs, values are given in M as mean + standard error of the mean (SEM) from three parallel experiments; Dox: doxorubicin.
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Table 2. Cell Death Induction by Compounds 4 and 5 in Human Lung Carcinoma Cell Lines (NCI-H460, NCI-H460/R, A549,
and NCI-H661) and Normal Human Keratinocytes (HaCaT)“

cell line sample viable cells early apoptosis late apoptosis necrosis

NCI-H460 control 96.49 + 0.96 0.45 + 0.01 0.93 + 0.04 2.13 +0.02

4 86.64 + 1.73%* 0.34 + 0.01 5.10 + 0.15%* 9.92 + 0.20%*

S 89.13 + 2.67* 0.21 £ 0.01 3.35 + 0.07%* 7.31 £ 0.22%*

Dox 85.14 + 3.07* 4.05 + 0.12%* 4.11 + 0.23%* 6.70 &+ 0.24%*
NCI-H460/R control 95.76 + 2.87 0.22 + 0.01 0.84 + 0.01 3.17 £0.13

4 89.65 + 1.79* 0.16 + 0.01 2.48 + 0.10* 7.71 + 0.08%*

S 90.03 + 3.60* 0.12 + 0.01 2.34 + 0.07* 7.51 + 0.15%*
A549 control 96.45 + 2.89 0.48 + 0.01 1.54 + 0.03 1.52 £ 0.05

4 88.24 + 2.65% 2.36 + 0.07* 5.62 + 0.06%* 3.78 + 0.15%*

S 92.78 + 1.86 0.72 +£ 0.03 3.93 + 0.16* 2.57 + 0.03*
NCI-H661 control 96.16 + 0.96 0.31 + 0.01 0.95 +0.03 2.58 + 0.0

4 89.43 + 1.79* 0.49 + 0.02 3.39 £+ 0.07* 6.69 + 0.20*

S 4543 + 1.36%** 0.18 + 0.01 9.57 + 0.10%*%* 44.82 & 1.79%%*
HaCaT control 95.63 + 3.83 0.23 + 0.01 2.26 + 0.09 1.88 + 0.02

4 90.95 + 3.64* 0.50 + 0.01 2.65 + 0.08 5.90 + 0.127**

S 91.50 + 1.83 0.44 + 0.01 2.85 + 0.06 5.21 + 0.16%*

Dox 78.11 + 2.38%%* 11.03 + 0.14%** 3.04 + 0.07 7.82 + 0.127%%*

“Dox: 40 nM of doxorubicin, used as positive control. Statistical evaluation was performed by two-way ANOVA followed by Dunnett’s multiple
comparisons test; *: p < 0.0S, **: p < 0.01, ***: p < 0.001.
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Figure 2. DNA damaging effect and ROS production by treatment with compound 4 or § and effect of compound § on DDR. (A) DNA damaging
effects of compounds 4 and S were examined by H2A X relative expression. (B) ROS production was detected according to dihydroethidium (DHE)
fluorescence. Both analyses were performed by flow cytometry, and the results are given as the average + standard deviation (SD) from three
independent experiments. Statistical evaluation was performed by two-way analysis of variance (ANOVA) followed by Dunnett’s multiple
comparisons test; ***: p < 0.001. CDDP: cisplatin. (C) Evaluation of the DNA damaging effect of compound § and pcm by western immunoblotting;
MCF7 cells were pretreated with 10 4M of compound § or pcm for 30 min and exposed to UV irradiation (10 J/m?) in the following 1 h to induce
DDR. Protoapigenone (10 #M) was used as positive control. Results were analyzed by one-way ANOVA and data represent the mean + SD from three
independent experiments; *: p < 0.05, **: p < 0.01.

increased expression of H2A.X, which was, however, decreased cancer cells. Compound 4 reduced the expression of H2A.X in
in normal HaCaT cells after treatment with S. The results point most of the cancer cells and also in HaCaT cells, indicating its
out the selectivity of compound 5 toward DNA damaging in DNA protective activity (Figure 2A). ROS production was

1660 DOI: 10.1021/acs.jmedchem.8b01994
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assessed by DHE labeling that showed a significant increase of
ROS levels in NCI-H460, A549, and NCI-H661 cells after
treatment with compound 5; however, it was decreased in NCI-
H460/R and HaCaT cells. These results also demonstrate the
selectivity of 5 toward cancer cells. The opposite effect on NCI-
H460/R cells should be discussed in the light of our previously
published results regarding the lower antioxidant potential of
NCI-H460/R cells, as compared to that of their parental cell line
NCI-H460.”° Compound 4 decreased the level of ROS in all
tested cell lines including HaCaT cells (Figure 2B). The
obtained results indicate different mechanisms of action for
compounds 4 and S. Interestingly, the positive control cisplatin
(CDDP) significantly increased ROS levels in normal HaCaT
cells without affecting this measure in NCI-H460 cancer cells.
This also suggests that, at least in this regard, compound $ has a
better selectivity profile than the classical chemotherapeutic
drug cisplatin.

It is of interest that compound $ acted as a potent modulator
of DDR through the inhibition of Chk1-S345 phosphorylation,
while pcm was completely inactive in this regard (Figure 2C).
The serine—threonine checkpoint kinases 1 and 2 (Chkl and
Chk2, respectively) have key roles in the DNA damage signaling
response. Upon DNA damage, Chkl is activated through
phosphorylation by ATR, and Chk2 is activated to a major
extent by ataxia telangiectasia mutated kinase (ATM). Chk1 is
especially important for the stability of stalled replication forks,
and DNA repair-defective tumor cells have been shown to
accumulate high levels of DNA damage.”’ A growing body of
evidence suggests that small-molecule Chk1 inhibitors may act
as single agents against cancer cells with specific potential
genetic defects, as, for example, Fanconi anemia.”” In addition,
the sensitivity to Chkl inhibition is also associated with
replication stress in many cancer cell types, such as neuro-
blastoma cell lines or metastatic melanoma, which were found to
have higher expression of Chkl mRNA.**** Accordingly, our
results demonstrated that, as a Chkl inhibitor, compound $ has
a considerable potential to specifically target cancer cells with
high levels of endogenous DNA damage. Furthermore, the
increased expression of phosphorylated H2A. X is a well-known
marker of the DNA double-strand breaks (DSBs).”* We found
that, unlike normal HaCaT cells, cancer cells treated with
compound $ showed a significantly increased expression of
H2AX (Figure 2A). As ATM-dependent phosphorylation is
also correlated with H2A.X phosphorylation, this suggests that
DSBs resulting from collapsed replication forks are responsible
for the ATM activation. In Figure 2C, our results demonstrate
that compound S5 can increase Chk2-T68 phosphorylation,
suggesting that it could induce DSBs and activate the ATM—
Chk2 pathway. This is an interesting difference between
compound $ and the positive control protoapigenone, a p-
quinol flavonoid, which did not influence the ATM-dependent
phosphorylation of Chk2 in accordance with our previous
findings."”

pem was reported as a potent dietary antioxidant, counter-
acting lipid peroxidation in rat liver microsomes with an
inhibitory concentration (ICs,) value of 0.4 M.*° Furthermore,
a recently published spectroscopic study on the in vitro
antioxidant activity of p-coumaric acid indicated that it can
efficiently scavenge 2,2-diphenyl-1-picrylhydrazyl, 2,2'-azino-
bis(3-ethylbenzothiazoline-6-sulphonic acid), superoxide anion,
and H,0,, as well as prevent the autoxidation of linoleic acid.”’
As these antioxidant mechanisms are unlikely to be disturbed by
the ester function pcm, similar activities can reasonably be
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expected from pcm as well. Accordingly, our next aim is to
investigate whether or not the identified bioactive metabolites
have the chance to form through ROS scavenging by pcm. In
order to assess this, we studied the *OH radical-scavenging
activity of pcm.

*OH Radical-Scavenging Activity of pcm. The *OH
radical-scavenging capacity of pcm was performed by measuring
the inhibition of the oxidative damage caused to 2-deoxy-p-
ribose by Fenton reaction. A free-radical trapping antioxidant,
NXY-059 (disufenton sodium; Cerovive), was used as positive
control; this compound reached phase III clinical trials as a
neuroprotective agent.”® We found that pcm is a stronger *OH
radical scavenger (ICg, = 0.345 [95% C.I. 0.313—0.380] mM) in
this bioassay than NXY-059 (ICg, = 1.826 [95% C.I 1.501—
2.220] mM). The results obtained for NXY-059 were in good
agreement with those of our previous study.”’

In Vitro Antitumor Activity of pcm in the Presence of
H,0,-Induced Oxidative Stress. MCF-7 cells were subjected
to a combined treatment with pcm and H,0,, aiming to
investigate whether or not externally provoked oxidative stress
can modulate sensitivity of cells toward pcm (Table 3).

Table 3. Interaction between pcm and H,0, Concerning
Their Cytotoxicity on MCF7 Cells”

H,0,
Vs pcm Clyy Clys Clgy D, m r Clyg
2.5:1 079 060 045  247.66 2.109 0985 0.556
1.25:1 0.93 0.60 039  250.18 3.197  0.988 0.550
0.625:1 1.06  0.68 044  222.79 3.610 0974  0.623

“ClI values are given at 50, 75, and 90% of cytotoxicity (EDso, ED5s,
and EDy,, respectively). Cl,,: weighted average CI value; CI,, =
(ClLgy + 2Cly5 + 3Clg)/6. CL < 1, CI = 1, and CI > 1 represent
synergism, additivity, and antagonism, respectively. D, m, and r
represent antilog of the x-intercept, slope, and linear correlation
coefficient of the median effect plot, respectively.>” Stability of pcm in
the presence of H,0, (see Figure S1 in the Supporting Information)
suggests that the interaction is not due to a chemical reaction between
them.

Synergism could clearly be observed between pcm and H,0,,
particularly at higher rates of inhibition that are more important
in terms of antitumor activity.’” Moreover, there seems to be a
tendency in favor of higher H,0O, versus pcm ratios, further
strengthening the assumption that this phenomenon might be
connected to the formation of oxidized metabolites of pcm
proportionally to the level of oxidative stress. It is worth
mentioning that pcm was found stable for at least 92 h when
dissolved in MeOH (1 mg/mL) and 400 uL of hydrogen
peroxide (30%) was added [for high-performance liquid
chromatography (HPLC)—photometric diode array (PDA)
chromatogram, see Supporting Information, Figure S1]. This
indicates that the observed increase in the cytotoxic activity is
not due to a simple chemical reaction between H,O, and pcm.

Fenton Reaction of pcm. With an attempt to model the
effect of oxidative stress on pcm in terms of providing possible
metabolites, pcm was subjected to Fenton reaction, which is
well-known to provide excess *OH radicals. Following pre-
purification with solid phase extraction on silica, the presence of
compound $ was detected in the reaction mixture by reversed-
phase-HPLC and HPLC—MS (for the fingerprint chromato-
grams and LC—MS data, see Supporting Information, Figures S2
and S3). This clearly demonstrates that compound 5 can form
when pcm scavenges hydroxyl radicals. However, it is worth
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Figure 3. Reactivity of pcm in the presence of *OH radical (A) and thermodynamics of the reaction steps (B). HAT: hydrogen atom transfer; g-pcm
and g-cm represent quinone forms of pcm and cm, respectively. Frames mark species observed experimentally from the Fenton reaction of pcm and/or
from its oxidation with PIFA. Bond dissociation enthalpy (BDE) is defined as the enthalpy required to the homolytic cleavage of X—H bond as follows:
BDE(R—H) = H(R®, 298 K) + H(H", 298 K) — H(R—H, 298 K), where H is the enthalpy. O—H and C—H BDE values for each HAT are given in red
and blue, respectively, in kcal-mol™". Gibbs energies (AG, kcal'mol™) are indicated for each reaction step relative to that of pcm. Evidence for the
formation of compound $ from the Fenton reaction of pcm is shown in the Supporting Information, Figures S2 and S3.

mentioning that the extreme oxidative conditions provided by
Fenton’s reaction do not allow to draw any further quantitative
conclusion about the formation of metabolites that could rise in
a biological environment when hydroxyl radical (or possibly
other types of ROS) scavenging takes place. In order to obtain a
deeper insight into the potential relevance of compound $
formation upon ROS scavenging, in silico studies were
performed by means of density functional theory calculations.
In Silico Studies about the Formation of pcm
Metabolites in the Presence of *OH Radicals. In the
presence of highly reactive species such as *OH free radical, pcm
may be oxidized following two mechanical sequential chemical
pathways (see Figure 3). Mechanism 1 is initiated by *OH
addition at various positions, leading to the formation of the
corresponding radical adducts that are then stabilized by H-
atom abstraction. Mechanism 2 is initiated by H-atom
abstraction, forming a radical which then undergoes *OH
addition at various positions, forming the corresponding
adducts. It is important to note that compound 3 can only be
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obtained from mechanism 2, whereas compound $ can be
obtained from both mechanisms 1 and 2. A description of these
mechanical pathways and the calculated thermodynamic
analysis are shown in Figure 3.

Regardless of the mechanism, all predicted compounds are
thermodynamically favorable with respect to the parent
compound (pcm) because every single step exhibits negative
Gibbs energies (Figure 3B). The calculated global thermody-
namics shows that cm and pcm—OH are the most favorable
compounds (AG being —105.8 and —104.7 kcal'mol™’,
respectively), while 5§ appears much less stable (AG = —75.2
kcal'mol™), which can be easily explained by the loss of
aromaticity. It must be stressed that only compounds S, cm, and
3 were experimentally identified among those that can be
formed through the above mechanisms. Therefore, joint
experimental observations and calculations suggest the
important role of kinetics to allow the formation of the least
thermodynamically favorable compounds such as S.
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Mechanism 1. Focus must be given to the OH-addition step,
which may occur at several C-atom positions, which drives
regioselectivity in the adduct formation. Additions on the
aromatic ring, that is, positions C1’ and C3’ (see Figure 3A for
numbering of pcm) can be predicted by the electronic effect of
the OH group at p-position, leading to [S—OH]* and [cm—
OH]". Such additions are only slightly favorable because of the
loss of aromaticity (AG being —4.0 and —8.9 for C1’ and C3’
OH-additions, respectively). The higher stability of [cm—OH]*
as compared to [S—OH]® may be explained by the lower
geometrical disruption with the side chain while spin density
distributions are similar for the two radicals (Figure 4).

0.13

[pem-OH'*

pem-{H]'

Figure 4. Spin density distribution of the radicals formed by the
reaction between pcm and *OH radicals. (A) Radicals formed through
OH-addition, and (B) radicals formed through hydrogen atom
abstraction. Blue and red spheres depict positive and negative atomic
spin densities, respectively.

Interestingly, OH-additions at C2 and C3 (leading to [pem—
OH]* and [pcm—OH’]*) are significantly favored over those
taking place at C1’ or C3'. Spin density distributions (Figure 4)
in [pem—OH]*® and [pem—OH’]* underline the much lower
stabilization of single electron with respect to [S—OH]*® and
[cm—OH]*. However, the loss of aromaticity is energetically
more expensive, which somehow explains the more favorable
OH-addition on the C—C double bond than on the aromatic
ring. The addition at C2 and thus the formation of [pcm—OH]*
is the most favorable owing to the slightly more stabilizing
delocalization of free radical thanks to the aromatic ring (Figure
4A).

The second step of mechanism 1 is a simple H-atom
abstraction driven by the O—H BDEs (see Figure 3A). The
lower the BDE, the higher the likelihood of the X—H breaking. It
must be stressed that one or two H-atom abstractions may be
considered, depending on the adduct. For instance, in [S—OH]*
and [pecm—OH’]*, only OH and C3—H bonds are expected to
be broken, respectively. It must be stressed that experimental
observations suggest that the C—C bond is broken in [pcm—
OH']* allowing rearrangement leading to 3.

Interestingly, in [cm—OH]*® and [pem—OH]*, the H-atom
may be abstracted from either the phenolic O—H moiety or the
C—H bond bearing the new OH-group (i.e, C1’ and C2 for
[cm—OH]* and [pem—OH]*, respectively). The calculations
exhibit very low BDEs (21.0—59.0 kcal'mol™"), suggesting that
H-abstraction is not the limiting step of this process. It must be
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stressed that C—H BDEs of both [cm—OH]* and [pcm—OH]*
are systematically lower than that of O—H, as the former allows
turning back to aromatic systems. In the case of OH abstraction,
a tautomeric step is required to reach the final products cm and
pecm—OH. However, such event is known to be fast and
thermodynamically favorable. Therefore, the observed differ-
ence between BDE(O—H) and BDE(C—H) values is not
expected to play a crucial role in protic environments.

Mechanism 2. Polyphenols are known to undergo H-atom
abstraction from their phenolic OH groups. Here, OH-BDE is
—82.9 keal'mol™" (see Figure 3A), which lies within the typical
range of polyphenol BDEs.”' ~** The H-atom abstraction leads
to the formation of pem—[H]® free radical that can undergo
OH-addition (second step of mechanism 2). In contrast to the
OH-addition on pcm, this step is more energetically favorable as
the products turn back to closed-shell species. The regiose-
lectivity of OH-addition is driven by both thermodynamics and
kinetics. On the one hand, thermodynamics suggests that
addition preference is at C1’ < C3’ < C2, AG being —38.3,
—42.4, and —45.8 kcal-mol™! for addition at C1’, C3’, and C2,
respectively (see Figure 3B). On the other hand, the kinetics is
correlated to the spin density distribution of pcm—[H]* (Figure
4). The higher spin density at C1’ suggests that OH-addition at
this position is faster, rationalizing the formation of S. In other
words, calculations suggest that § is the kinetic product while g-
cm and g-pcm—OH are the thermodynamic ones. Again,
tautomeric steps of q-cm and q-pcm—OH are not expected to
play a key role in the global view of such mechanical pathways.

Competition between Mechanisms 1 and 2. Interest-
ingly, the competition between mechanisms 1 and 2 is a matter
of competition between H-atom abstraction and OH-addition
on pcm. Thermodynamically, H-atom abstraction from p-OH
(AG = —36.9 kcal-mol ™", Figure 3B) is more favorable than OH-
addition at any possible position by at least —14.7 kcal-mol™".
Therefore, the major pathway likely starts with H-atom
abstraction (mechanism 2). Moreover, this explains the
experimentally observed formation of cm and $; the former
being the global thermodynamic product while the latter is a
kinetic product from the OH-addition step. It is important to
note that the experimental observation of 3 as a product again
suggests the importance of kinetics. Such a product can be
formed only via the alternative mechanism 1, that is, OH-
addition at C2 and thus via [pcm—OH’]®. The *OH radical is
known to be very reactive and nonspecific, also highlighting
certain stochasticity in the reactivity. However, it must be
stressed that the higher Gibbs energies of OH-addition at C1’
and C3’ suggest that OH-addition on the aromatic ring is very
unlikely.

It must be noted that although theoretical calculations suggest
cm as a major product, it has only been observed from the PIFA-
mediated oxidation and not from the Fenton reaction of pcm.
This can likely be explained by the fact that the catechol moiety
of cm might make it particularly sensitive to further oxidation,
leading to a rapid decomposition and consequential difficulties
of detection under the harsh experimental conditions
represented by the Fenton reaction. In addition to this, the
presence of an alternative product 4 cannot be fully explained by
the proposed mechanism. One can only suspect the formation of
an epoxide intermediate and subsequent ring opening as an
explanation of the migration of the p-hydroxyl group resulting in
the hydroquinone derivative 4.
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B CONCLUSIONS

By processing various oxidized mixtures of pcm, two active
metabolites were identified from mixtures with the highest
antitumor potential. In particular, compound $§ (graviquinone)
was revealed as a prospective lead compound, with an ability to
bypass multidrug resistance mediated by the ABCBI trans-
porter, in a lymphoma cell line transfected with ABCB1 gene
and an MDR non-small-cell lung cancer cell line established after
continuous exposure to doxorubicin. Compound § showed a
remarkable selectivity toward cancer cells in respect to DNA
damage induction. DNA damaging activity of compound § was
accompanied by its ability to interfere with components of the
ATR signaling pathway.

Concerning the possible biological role of compound §, our in
vitro and in silico studies strongly suggest that it can be formed
as a kinetic product when its parental antioxidant, pcm,
scavenges ROS. The mild in vitro antitumor effect of pcm was
significantly increased in the presence of H,0,-induced
oxidative stress, and Fenton’s reaction clearly confirmed that
the formation of compound $ from pem is possible upon *OH
radical scavenging. Our results provide indirect evidence for the
transformation of pcm to compound $ in a biological system
facing oxidative stress. The herein described phenomenon also
suggests that the oxidative stress-related metabolites of
antioxidants represent a segment of chemical space that is rich
in valuable bioactive compounds. This would warrant systematic
studies on such metabolites as a possible novel drug discovery
strategy.

B EXPERIMENTAL SECTION

Chromatography. Analytical HPLC was performed on a gradient
system of two PU-2080 pumps connected to an MD-2010 Plus
photodiode array detector (Jasco Analytical Instruments, Tokyo,
Japan), on a Kinetex XB-C18 (5 um, 100 A, 250 X 4.6 mm) column
with solvent system 1. Semipreparative HPLC was performed on a
system of two Waters 600 pumps connected to a Waters 600 21
detector (Waters, Milford, Massachusetts, USA), on a Kinetex XB-C18
(5 um, 100 A, AX, 250 X 21.2 mm) column. HPLC—MS analysis was
performed on an Agilent 1200 liquid chromatography system, including
a binary pump, a column temperature controller, and a diode array
detector (DAD), connected to a 6410 triple quadrupole mass
spectrometer (QQQ-MS) equipped with an electrospray ionization
(ESI) source (Agilent Technologies, Palo Alto, CA, USA). The analysis
was carried out at 45 °C on a Kinetex EVO C18 (2.6 um, 50 X 3.0 mm,
Phenomenex) column with solvent system 2 at a flow rate of 1.25 mL/
min.

Solvent system 1: gradient of ACN—from 30 to 70% in water at 0—
12 min, 70% of ACN at 12—14 min, then back to 30% of ACN, and the
total running time was 25 min.

Solvent system 2: gradient of 2—100% B at 0—5.9 min, 100% of B at
5.9—7.0, from 7.01 min back to 2% of B. Eluent A was 0.1% (v/v)
trifluoroacetic acid (TFA) in water, and eluent B was 0.1% TFA in the
mixture of ACN—water (95:5).

Flash chromatography was performed on CombiFlash Rf+ (Tele-
dyne ISCO) with Solvent system 3: a gradient of ethyl acetate from 0 to
100% in n-hexane.

Oxidation of pcm for Screening. As a preliminary experiment,
pem was oxidized under different conditions. pem (10.0 mg) was
dissolved in 10 mL of ACN (OX1), ACN—water (9:1, v/v) (0X2),
MeOH (0OX3), MeOH—water (9:1, v/v) (OX4), or dichloromethane
(OXS). A quantity of PIFA (48.3 mg, 2 equiv) (OX1-4) or PCC (18.1
mg, 1.5 equiv) (OXS) was added. The reactions were monitored by
thin-layer chromatography (TLC) and stopped after 1—4 h, evaporated
under vacuum, adsorbed onto 2.0 g of silica, layered on the top of 2.5 g
of silica, eluted with 100 mL of EtOAc, and evaporated under vacuum.
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Each reaction mixture was redissolved in MeOH and analyzed by
HPLC, using solvent system 1 at a flow rate of 1 mL/min.

Scale-Up Oxidations | and Il. The starting material pcm [S00 mg
(A), 200 mg (B)] was dissolved in anhydrous ACN [S0 mL (A)], or in
ACN-water [9:1, v/v, 10 mL (B)], and a quantity of PIFA [2 equiv,
24133 mg (A), 965.3 mg (B)] was added to the solutions with
continuous stirring and heating on 60 °C (A). After Sh (A), or 8 h (B),
the reaction mixtures were evaporated, redissolved in MeOH, and
adsorbed onto 12 g of silica. The reaction mixtures were purified by
flash chromatography (CombiFlash Rf+) on a silica column (RediSep,
24 g), using a dry-loading technique and solvent system 3 at a flow rate
of 35 mL/min. During the purifying process, 233 fractions (A) and 177
fractions (B) were collected and combined based on their TLC
fingerprints. Fractions 46 to 52 (A) gave compound 1 in pure form
(19.8 mg). From fractions 109 to 116 (A), compound 2 was purified
with the help of preparative HPLC, using an isocratic elution (45%
ACN), detected on 320 nm, and 5.0 mg was obtained. From fractions
57 to 65 (B), compound 3 was purified with the help of preparative
HPLC, using an isocratic elution (28% ACN), detected on 280 nm, and
6.0 mg was obtained. From fractions 88 to 98 (B), compound 4 was
purified with the help of preparative HPLC, using an isocratic elution
(30% ACN), detected on 280 nm, and 18.9 mg was obtained. All the
purified compounds (1—4) were analyzed by HPLC to check their
purity.

Scale-Up Oxidation lll. An initial attempt for obtaining compound
S from pem (200 mg in 200 mL of ACN) by using 2 equiv of PIFA led
to an isolated yield as low as 2.43% after purification with flash
chromatography and subsequent HPLC. With an aim to increase the
yield, the oxidation was repeated with phenyliodine diacetate (PIDA)
as follows. After dissolving pcm (200 mg) in ACN—water (9:1, v/v, 200
mL), PIDA (723.0 mg, 2 equiv) was added to the solution with
continuous stirring. After 1 h, the reaction was stopped, evaporated
under vacuum, and adsorbed onto 3.0 g of Celite 545. The reaction
mixture was processed through flash chromatography on a silica
column (RediSep Gold, 12 g), using dry-loading technique and solvent
system 3 at a flow rate of 30 mL/min. Ninety-five fractions were
collected and combined based on their TLC fingerprints. Compound §
was purified from fractions 50 to SS with preparative HPLC (isocratic
elution with 42% aqueous ACN), and 43 mg (yield 19.73%) was
obtained.

Compound Characterization Data. Compounds 1—35 possessed
a purity of >95% by means of HPLC—DAD.

High-resolution MS (HRMS) and MS—MS analyses were performed
on a Thermo Velos Pro Orbitrap Elite (Thermo Fisher Scientific)
system. The ionization method was ESI operated in positive ion mode.
The protonated molecular ion peaks were fragmented by CID at a
normalized collision energy of 35%. For the CID experiment, helium
was used as the collision gas. The samples were dissolved in methanol.
The protonated molecular ion peaks were fragmented by CID at a
normalized collision energy of 35%. Data acquisition and analysis were
accomplished with Xcalibur software version 2.0 (Thermo Fisher
Scientific).

NMR spectra of compounds 1, 2, 3, and § were recorded on a Bruker
Avance NEO 500 MHz spectrometer equipped with a Prodigy BBO 5
mm CryoProbe. Compounds 1, 2, and § were dissolved in acetone-ds,
and methanol-d, was used for 3 (VWR Chemicals, Belgium). Standard
1D and 2D spectra were processed with MestReNova v6.0.2-5475
software.

NMR spectra of compound 4 were recorded at 25 °C on a Varian 800
MHz spectrometer equipped with a '3C sensitivity-enhanced salt
tolerant 'H/'"*C/"N cryogenically cooled probe head. The sample was
dissolved in methanol-d, (Eurisotop, France). Standard 1D and 2D
spectra were acquired using pulse sequences available in the VNM]J 3.2
library. Chemical shifts are reported in the delta scale using residual
solvent signals (methanol-d,: 3.31 or 49.1S ppm, acetone-dg: 2.05 or
29.84 for 'H or *C, respectively) as references. For spectral analysis
and data reporting, the ACD/NMR Workbook 2015.2.9. software suite
(ACD/Labs, Canada) was used.

Compound 1. "H NMR (500 MHz, acetone-dy): § 8.56 (1H, s, H-
2),8.28 (1H, d, ] = 1.4 Hz, H-4), 7.82 (1H, d, ] = 16.1 Hz, H-9), 7.79
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(1H,dd, ] =8.7,1.4 Hz, H-6),7.68 (1H, d, ] = 8.7 Hz, H-7), 6.58 (1H, d,
J=16.1Hz, H-10), 3.94 (3H, s, 8-OCHy;), 3.77 (3H, 5, 11-OCH,); *C
NMR (125 MHz, acetone-dy): § 167.5 (C-11), 163.7 (C-8), 157.4 (C-
7a), 153.4 (C-2), 145.2 (C-9), 132.0 (C-5), 126.3 (C-6), 126.2 (C-3a),
123.0 (C-4), 118.6 (C-10), 115.4 (C-3), 113.3 (C-7), 52.0 (8-OCHj,),
51.8 (11-OCH,). HRMS: M + H = 261.07572 (6 = —0.1 ppmy;
C,H;;0,). HR-ESI-MS-MS (CID = 35%; rel. int. %): 247(2);
229(100); 215(7); 197(3).

Compound 2. "H NMR (500 MHz, acetone-dg): 6 7.53 (1H, d, ] =
15.9 Hz, H-3),7.15 (1H, br s, H-5), 7.04 (1H, dd, ] = 8.2, 1.2 Hz, H-9),
6.86 (1H, d, J = 8.2 Hz, H-8), 6.27 (1H, d, ] = 15.9 Hz, H-2), 3.71 (3H,
s, 1-OCH,). HRMS: M + H = 195.06520 (& = 0.1 ppm; C,oH,,0,).
HR-ESI-MS-MS (CID = 35%; rel. int. %): 167(15); 163(100);
153(11); 138(25).

Compound 3. "TH NMR (500 MHz, methanol-d,): § 9.76 (1H, s, H-
7),7.76 (2H, d, ] = 8.6 Hz, H-2, H-6), 6.91 (2H, d, ] = 8.6 Hz, H-3, H-
5); C NMR (125 MHz, methanol-d,): § 192.8 (C-7), 165.2 (C-4),
133.4 (C-2, C-6), 130.3 (C-1), 116.9 (C-3, C-5). HRMS: M + H =
123.04399 (5 = —0.5 ppm; C,H,0,). HR-ESI-MS-MS (CID = 35%;
rel. int. %): 95(100).

Compound 4. "H NMR (800 MHz, methanol-d,): 67.93 (1H, d, ] =
16.2 Hz, H-3), 6.90 (1H, d, ] = 2.6 Hz, H-9), 6.66—6.74 (2H, m, H-6,
H-7), 6.49 (1H, d, ] = 16.1 Hz, H-2), 3.77 (3H, s, OCHj,); *C NMR
(201 MHz, methanol-d,): § 170.0 (C-1), 151.7 (C-5), 151.4 (C-8),
142.3(C-3),122.9 (C-4),120.4 (C-7),118.0 (C-2),117.8 (C-6), 114.8
(C9), 52.2 (OCH;). HRMS: M + H = 195.06522 (8 = 0.04 ppm;
CoH;;0,). HR-ESI-MS-MS (CID = 35%; rel. int. %): 167(3);
163(100); 153(9); 138(1).

Compound 5. '"H NMR (500 MHz, acetone-d): 6 6.85 (2H, d, ] =
10.0 Hz, H-3,H-5), 6.68 (1H, d, J = 15.7 Hz, H-7), 6.23 (1H, d, ] = 15.7
Hz, H-8), 6.16 (2H, d, ] = 10.0 Hz, H-2, H-6), 3.70 (3H, s, 9-OCH,).
HRMS: M + H = 195.06512 (§ = —0.07 ppm; C,oH,,0,). HR-ESI-MS-
MS (CID = 35%; rel. int. %): 181(5); 167(30); 163(100); 153(9);
135(15); 107(5).

Chemicals. RPMI 1640 medium, Dulbecco’s modified Eagle’s
medium (DMEM), fetal bovine serum (FBS), antibiotic—antimycotic
solution, penicillin—streptomycin solution, L-glutamine, and trypsin/
ethylenediaminetetraacetic acid (EDTA) were purchased from Bioind,
Beit Haemek, Israel. MTT was purchased from Sigma, St. Louis, MO,
USA. Dimethyl sulfoxide (DMSO) was obtained from Sigma-Aldrich
Chemie Gmbh, Germany. The annexin-V-FITC (AV) apoptosis
detection kit with PI was purchased from Abcam, Cambridge, UK.
DHE was obtained from Molecular Probes, Invitrogen, USA. Phospho-
histone H2A.X antibody and secondary antibody Alexa Fluor 488 goat
anti-rabbit IgG (H + L) were purchased from Cell Signaling
Technology Inc. (Danvers, Massachusetts, USA). Doxorubicin solution
was obtained from Ebewe Arzneimittel GmbH. CDDP was obtained
from Pfizer (Perth) Pty Ltd. Both drugs were diluted in sterile water
prior treatment.

Cells and Cell Culture. Two mouse lymphoma cell lines were used:
L5178 mouse T-cell lymphoma cells (ECACC catalog number
87111908, U.S. FDA, Silver Spring, MD, U.S.) and an MDR
(L5178,) cell line derived from L5178 by transfection with pHa
MDRI1/A retrovirus.”> Cells were cultured in McCoy’s SA media
supplemented with nystatin, L-glutamine, penicillin, streptomycin, and
inactivated horse serum, at 37 °C and 5% CO,. L5178, cell line was
selected by culturing the infected cells with 60 ug/L of colchicine
(Sigma).

NCI-H460, A549, NCI-H661, and SiHa cell lines were purchased
from the American Type Culture Collection, Rockville, MD. HaCaT
cell line was obtained from CLS-Cell Lines Service, Eppelheim,
Germany. NCI-H460/R cells were selected originally from NCI-H460
cells after 3 months of doxorubicin selective pressure.*® The HeLa and
MCEF-7 cell lines were purchased from Bioresource Collection and
Research Center, BCRC, Taiwan.

NCI-H460, NCI-H460/R, A549, and NCI-H661 cell lines were
maintained in RPMI 1640 medium supplemented with 10% FBS, 2 mM
L-glutamine, 10 000 U/mL of penicillin, 10 mg/mL of streptomycin,
and 25 pug/mL of amphotericin B solution, while HaCaT cells were
cultured in DMEM supplemented with 10% FBS, 2 mM L-glutamine,

1665

4.5 g/L of glucose, 5000 U/mL of penicillin, and S mg/mL of
streptomycin solution at 37 °C in a humidified 5% CO, atmosphere. All
adherent cell lines were subcultured at 72 h intervals using 0.25%
trypsin/EDTA and seeded into a fresh medium at the following
densities: 8000 cells/cm? for NCI-H460, NCI-H460/R, and HaCaT
and 16 000 cells/cm? for H661. MCF-7, HeLa, and SiHa cell lines were
maintained in DMEM (Sigma-Aldrich) supplemented with 10% FBS, L-
glutamine, and 4500 mg/L of glucose. These cells were cultured at 37
°C in a humidified 5% CO, incubator (NuAire).

Cytotoxicity by MTT Assay. Cell viability was assessed by MTT
assay.”” In the case of L5178 and L5178, cell lines, 6 X 10° cells were
added into 96-well flat-bottom microtiter plates, treated with the
samples, and incubated for 72 h. Adherent cells grown in 25 cm? tissue
flasks were trypsinized, seeded into flat-bottomed 96-well tissue culture
plates (1000 cells/well for the NCI-H460, NCI-H460/R, AS49, and
HaCaT cell lines, 2000 cells/well for the NCI-H661 cell line), and
incubated overnight in 100 uL of the appropriate medium. After 24 h,
the cells were treated with compound 4 (1—-20 M) or 5 (1-20 uM)
and incubated for 72 h.

At the end of the incubation period, MTT was added to each wellin a
final concentration of 0.2 mg/mL for 4 h, as described previously.*’
Formazan product was extracted from cells by DMSO, and the
absorbance was measured at 540 nm using an automatic microplate
reader (LKB 5060-006 Micro Plate Reader, Vienna, Austria). The
values obtained for samples treated with 4 and § were corrected with
those of blank samples treated with the compounds’ solvent DMSO at a
maximal concentration of 1.5% v/v. ICy, values were defined as the
concentration of the drug that inhibited cell growth by 50% and
calculated by nonlinear regression analysis using GraphPad Prism 6. For
calculated ICy, values, see Table 1.

Cell Death Analysis. The percentages of apoptotic, necrotic, and
viable cells were determined by AV/PI labeling. All cell lines were
incubated overnight in adherent six-well plates (100 000 cells per well
for NCI-H460, NCI-H460/R, A549, and HaCaT cell lines, 200 000
cells per well for NCI-H661 cell line) and then subjected to single
treatments with 10 M compound 4 or compound S. Treatment with
40 nM doxorubicin was used as positive control in NCI-H460 and
HaCaT cells. After 24 h, total (attached and floating) cells were
collected. The cell pellet was resuspended in SO uL of binding buffer
containing AV and Pl in a ratio of 1:1 (v/v). After the incubation period
(10 min at room temperature in the dark), 1 mL of phosphate-buffered
saline (PBS) was added and AV/PI staining was analyzed within 1 h by
flow cytometry.

The fluorescence intensity of AV (FL1-H channel) and PI (FL2-H
channel) was measured on a CyFlow Space flow cytometer (Partec,
Miinster, Germany). A minimum of 10 000 events were assayed for
each sample. Percentages of viable (AV— PI-), early apoptotic (AV+
PI-), apoptotic, and necrotic (AV+ PI+) and dead (AV— PI+) cells
were analyzed.

Flow Cytometry. All cell lines were incubated overnight in
adherent six-well plates (100 000 cells per well for NCI-H460, NCI-
H460/R, A549, and HaCaT cell lines, 200 000 cells per well for NCI-
H661 cell line) and then subjected to single treatments with 10 uM
compound 4 or § that lasted 24 h. Treatment with 2 yM CDDP was
used as positive control.

To detect double-strand DNA breaks, cells were labeled with
phospho-histone H2A.X (Ser139) antibody coupled with secondary
antibody Alexa Fluor 488 goat anti-rabbit IgG (H + L). Adherent cells
were harvested by trypsinization, washed twice in PBS, and fixed in 4%
paraformaldehyde for 10 min at room temperature. Cells were then
permeabilized by adding ice-cold 90% methanol and stored at —20 °C
overnight. After washing in PBS, cells were blocked for 60 min with
0.5% bovine serum albumin in PBS. Cells were then resuspended in 100
UL of primary antibody diluted in 0.5% bovine serum albumin (1:1000)
and incubated for 60 min at room temperature. After washing in PBS,
cells were resuspended in 100 L of secondary antibody (1:1000) and
incubated for 30 min at room temperature.

To detect ROS level, cells were stained with superoxide indicator
DHE. Adherent cells were harvested by trypsinization and incubated in
medium with 1 mM DHE for 30 min at 37 °C in the dark.
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Prior to flow cytometry analysis, cells were subsequently washed and
resuspended in 1 mL of PBS. The fluorescence intensity of phospho-
histone H2A.X (Ser139) antibody coupled with secondary antibody
(FL1-H channel) and DHE (FL2-H channel) were measured on
CyFlow Space flow cytometer (Partec, Miinster, Germany). A
minimum of 10 000 events were assayed for each sample.

DDR Studies. MCF?7 cells were incubated overnight in adherent 60
mm culture dish (700 000 cells per dish) and then pretreated with 10
UM compound 5 or pcm for 30 min. Treatment with 10 yM
protoapigenone was used as positive control. After this, they were
exposed to UV irradiation (10 J/m?) in the following 1 h to induce
DDR. Protein collection and western blot assays were performed in
accordance with the method described by our previous study.'
Proteins of the cells were extracted with lysis buffer (1 mM EDTA, 10
mM tris(hydroxymethyl)aminomethane, pH 7.5, 0.5% NP-40, 10%
glycerol, and 420 mM NaCl) supplemented with a cocktail of protease
and phosphatase inhibitor (Roche Applied Science) and 1 mM DL-
dithiothreitol. After sodium dodecyl sulfate-polyacrylamide gel electro-
phoresis, the separated proteins in the gel were electrophoretically
transferred to nitrocellulose membranes. The membranes with the
transferred proteins were detected using specific primary antibodies
followed by horseradish peroxidase-coupled secondary antibodies
(Jackson ImmunoResearch) and then recognized by enhanced
chemiluminescence reagent (Millipore). Images were captured with a
LAS-4000 luminescent image analyzer system (Fujifilm). The primary
antibodies against Chk1-S345 and Chk2-T68 were purchased from Cell
Signaling Technology (Danvers, USA); Chk1, Chk2, and f-actin were
purchased from Santa Cruz. The f-actin expression served as an
internal control.

Hydroxyl Radical-Scavenging Activity. The *OH-scavenging
capacity of the investigated compounds (pcm, and NXY-059 as positive
control) were performed by measuring the inhibition of damage to 2-
deoxy-p-ribose by Fenton reaction.*® Assays were carried out in 50 mM
3-(N-morpholino)propanesulfonic acid buffer, pH 6.0, containing 2.8
#M 2-deoxy-D-ribose, and increasing concentrations (0.002—5 mM) of
samples to which 0.2 uM H,0, and 1.5 M FeSO, were added to start
the reaction (in total volume of 280 uL). Then, after 3 min of
incubation at 37 °C, during which period of time *OH formation was
linear, TBA reactivity was developed by heating at 100 °C for 15 min
after adding 400 uL of a mixture containing 15% (w/v) trichloroacetic
acid, 0.25 M HCI, 0.325% (w/v) TBA, and 0.06 M NaOH. The
resulting chromogens were measured at a wavelength of 532 nm against
appropriate blanks.*

Combination Assay on the Cytotoxicity of pcm and H,0,. A
checkerboard microplate method was applied to study the interaction
between pcm and H,O, concerning their cytotoxicity on MCF7 cells.
Cells (1 X 10*) were seeded to each well in a 96-well plate. The plates
were incubated at 37 °C for 24 h. Standard solution of H,0, (Sigma-
Aldrich) and pcm were stored at —20 °C until use. The stock solutions
and serial twofold dilutions of each drug were prepared according to the
recommendations of several fix pcm vs H,O, ratios to testing. pcm was
serially diluted along the ordinate, while H,0, was diluted along the
abscissa. A total volume of 100 yL (including pcm and H,0,) was
distributed into each well of the microdilution plates. The plates were
incubated at 37 °C for 48 h, and then MTT solution was added to each
well. After incubation at 37 °C for 4 h, the MTT-containing medium
was removed, and 100 L of DMSO was added to dissolve the formazan
crystals. Cell viability was determined by measuring the optical density
values (absorbance) of the chromogenic product at 550 nm with an
enzyme-linked immunosorbent assay reader (Thermo Multiskan
Ascent). Three plates were prepared on three different days, and
averages of these three replicates were utilized to calculate the
combination index (CI) values at several fix pcm vs H,O, ratios by
using the CalcuSyn software.

In Silico Calculations. Calculations were performed with the
Gaussian09 package (Rev. A). Ground-state geometries were optimized
using the B3P86 functional that has been shown to properly reproduce
thermodynamics of polyphenol oxidative processes. The double-( basis
set 6-31+G(d,p) was used to describe C-, O-, and H-atoms.
Calculations were performed including solvation polarization effects
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by using conductor-like polarizable continuum model. Frequency
calculations were performed to ensure that the obtained geometries
were in the global minimum of the potential energy surface, as pictured
by the absence of any imaginary frequency. Mulliken spin density
visualization has been carried out using the VMD program.
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B ABBREVIATIONS

pcm, p-coumaric acid methyl ester; cm, caffeic acid methyl ester;
fm, ferulic acid methyl ester; Gly,, 50% growth inhibitory
concentration; PIFA, phenyliodine bis(trifluoroacetate); BCRP,
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breast cancer resistance protein; SEM, standard error of mean;
MTT, 3-(4,5-dimethylthiazol-2-y1)-2,5-diphenyltetrazolium
bromide; H2A X, histone 2A.X; ATR, ataxia telangiectasia and
Rad3-related kinase; ATM, ataxia telangiectasia mutated kinase;
FA, Fanconi anemia; DSBs, DNA double-strand breaks; DPPH,
2,2-diphenyl-1-picrylhydrazyl; ABTS, 2,2'-azino-bis(3-ethyl-
benzothiazoline-6-sulphonic acid); 95% C.L, 95% confidence
interval; CI, combination index; CI,, weighted average CI
value; PDA, photometric diode array; SET, single-electron
transfer; SPE, solid-phase extraction; HAT, hydrogen atom
transfer; BDE, bond dissociation enthalpy; ACN, acetonitrile;
PIDA, phenyliodine diacetate; DMEM, Dulbecco’s modified
Eagle’s medium; FBS, fetal bovine serum; AV, annexin-V-FITC;
P, propidium iodide; DHE, dihydroethidium; PBS, phosphate-
buffered saline; DDR, DNA damage response; HRP, horse-
radish peroxidase; ECL, enhanced chemiluminescence; MOPS,
3-(N-morpholino)propanesulfonic acid; TBA, thiobarbituric
acid; C-PCM, conductor-like polarizable continuum model
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