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The contribution of reactive oxygen species to (+)-catechin-mediated bacterial lethality was investi-
gated. Minimum inhibitory concentrations (MIC) and minimum bactericidal concentration (MBC) of
(+)-catechin against E. coli, P. aeruginosa and S. aureus were investigated using 96-well microtitre plate.
MIC and MBC of (+)-catechin against E. coli, P. aeruginosa and S. aureus are 600 and 700; 600 and 800;
600 and 800 pg/mL respectively. The optical densities and colony forming units of (+)-catechin-treated
bacteria decreased. (+)-Catechin (4x MIC) significantly increased the superoxide anion content of E. coli,
P. aeruginosa and S. aureus compared to DMSO. Superoxide dismutase and catalase in (+)-catechin
treated E. coli, P. aeruginosa and S. aureus increased significantly. Conversely, level of reduced glutathione
in (+)-catechin-treated E. coli, P. aeruginosa and S. aureus decreased significantly while glutathione di-
sulfide increased significantly. Furthermore, malondialdehyde and fragmented DNA increased signifi-
cantly following exposure to (+)-catechin. From the above findings, (+)-catechin enhanced the
generation of reactive oxygen species (superoxide anion radical and hydroxyl radical) in E. coli, P. aer-
uginosa and S. aureus, possibly by autoxidation, Fenton chemistry and inhibiting electron transport chain

Fragmented DNA

resulting into lipid peroxidation and DNA fragmentation and consequentially bacterial cell death.

© 2016 Elsevier Ireland Ltd. All rights reserved.

1. Introduction

Reactive oxygen species (ROS) including superoxide anion
radical, hydrogen peroxide, peroxylnitrite and hydroxyl radical
have longed been reported to possess antimicrobial activity [1,2].
Microorganisms are exposed to ROS via endogenous and exogenous
means. The endogenous source of ROS in bacteria is largely the
mitochondria electron transport chain, where leakage of electron
leads to the production of superoxide anion radical [3]. Environ-
mental toxicants contribute largely to the exogenous sources of
ROS. The primary targets of ROS are cellular macromolecules
including protein, lipids and DNA. More importantly, ROS kill bac-
teria through DNA damaging effect of hydroxyl radical, produced
through the catalytic action of ferrous ion on hydrogen peroxide

* Corresponding author. Antioxidants, Redox Biology and Toxicology Research
Laboratory, Department of Biological Sciences, Al-Hikmah University, Adewole
Housing Estate, Adeta Road, PMB1601, Ilorin, Nigeria.

E-mail address: ajiboyeyong@yahoo.com (T.O. Ajiboye).
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0009-2797/© 2016 Elsevier Ireland Ltd. All rights reserved.

(Fenton chemistry) [4]. Recent experimental evidences have pro-
posed ROS hypothesis in the killing of bacterial [5—7]. This hy-
pothesis further provides link between bacterial tricarboxylic acid
cycle, NADH depletion, destabilization of iron-sulfur cluster and
formation of hydroxyl radical (via Fenton reaction) in both gram-
negative and gram positive bacteria [8—10].

(+)-Catechin (Fig. 1) is a flavanol that is found in many plants
[11—13]. It is non-toxic, cheaper and natural compound with broad-
spectrum antibacterial activity against Gram-positive and Gram-
negative bacteria such as Staphylococcus aureus and Escherichia
coli [13]. The catechol group in ring B and resorcinol group in ring A
as well as hydroxyl group at position 3 in ring C are the pharma-
cophore of this flavanol [14]. Pharmacological activities including
antioxidant, antibacterial, antitumor etc have been reported for
(+)-catechin. Although, the antibacterial activity of (+)-catechin is
unrelated to antioxidant activity [ 15] hydrogen peroxide generation
and interaction with modeled membrane are responsible for its
antibacterial action [16,17]. The antibacterial action was enhanced
by heating and addition of CuSO4 [18]. In this study, we present the
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Fig. 1. (+)-Catechin.

contribution of ROS in (+)-catechin-mediated bacterial lethality.
2. Materials and methods
2.1. Bacteria strains

Escherichia coli (ATCC 25922), Pseudomonas aeruginosa (ATCC
27853) and Staphylococcus aureus (ATCC 29213) were procured
from American Type Culture Collection and propagated on a Luria-
Bertani (LB) at 37 °C.

2.2. Chemicals

Dimethyl sulfoxide, diphenylamine, 5,5'-dithiobis(2-
nitrobenzoic acid), epinephrine, guanidine hydrochloride,
hydrogen peroxide, N-ethyl-maleimide, sodium chloride, thio-
barbituric acid were procured from Sigma-Aldrich (St. Louis, MO).
(+)-Catechin, nitroblue tetrazolium, 2,2’-dipyridyl and i-gluta-
thione (reduced) are products of Santa Cruz Biotechnology. All
other reagents are products of Sigma-Aldrich (St. Louis, MO).

2.3. Minimum inhibitory concentration and minimum bactericidal
concentration

Minimum inhibitory concentration (MIC) of (+)-catechin was
determined using 96-well micro titre plate as described by Balouiri
et al. [19]. Inocula (10* CFU/mL) were mixed with (+)-catechin in
96-well microtitre plate to give concentrations (1-10° ng/mL). The
culture medium containing 0.04% DMSO in sterile distilled water
served as control. Plates were incubated for 24 h at 37 °C. MIC was
expressed as the lowest concentration which inhibited growth,
judged by lack of turbidity in the well. The turbidity in each well
was then determined using Versamax microplate reader (Molecu-
lar Devices, California, USA). The experiment was performed in
triplicate and repeated three times along with a reference anti-
biotic, ciprofloxacin, whose concentration ranged from 0.001 to
0.099 mg/mL [20]. The content of wells lacking turbidity were
aspirated into eppendorf tubes, and centrifuged to collect the cells.
The cells were washed to aseptically remove (+)-catechin, diluted
with 0.9% NaCl, mixed with molten soft LB-agar (0.8%) at 42 °C and
poured onto agar plates containing solid LB-agar (1.5%). Colonies

were counted after 24 h at 37 °C. The concentration that completely
inhibited colony formation after the removal of (+)-catechin was
considered as MBC.

2.4. Time-kill bacterial susceptibility assay

Susceptibility of Escherichia coli, Pseudomonas aeruginosa and
Staphylococcus aureus to (+)-catechin was investigated using the
procedure described by Ajiboye et al. [6]. Briefly, organisms were
grown overnight in Luria-Bertani (LB), harvested by centrifugation
and resuspended in 50 mL fresh medium (LB) to ODggg = 0.1 and
grown aerobically at 37 °C in 250 mL flask to ODggg = 0.2.
(+)-Catechin was added to the culture to obtain concentration (4 x
MIC) or dimethyl sulfoxide (DMSO) and incubated at 37 °C for 3 h.
Absorbance of the incubation medium was read at 600 nm for every
30 min interval of 3 h incubation time. For colony formation,
samples of control culture (DMSO treated culture) and cultures
treated with (+)-catechin (4x MIC) were removed at intervals (O,
30, 60, 90,120, 150 and 180 min) and centrifuged to collect the cells
as pellet. The cells were washed and diluted with 0.9% NaCl, mixed
with molten soft LB-agar (0.8%) at 42 °C and poured onto agar
plates containing solid LB-agar (1.5%). Colonies were counted after
24 h at 37 °C.

2.5. Preparation of cell free extract

Cell free extract was prepared from the samples obtained after
3 h incubation of organisms with (+)-catechin (4x MIC). Cells were
harvested by centrifugation, washed twice and suspended in
sucrose-Tris buffer (25 mmol/L sucrose solution, 10 mmol/L Tris-
HCI, pH 7.4). Glass beads (2 g) was added to the bacterial suspen-
sion, homogenized and centrifuged at 3000 g for 10 min at 4 °C to
obtain the cell free extract as the supernatant.

2.6. Oxidative stress biomarkers

2.6.1. Superoxide anion radical assay

Superoxide anion radical in the cell free extract was determined
as described by Ajiboye et al. [6]. Briefly, cell free extract (20 uL) was
incubated with 100 pL nitroblue tetrazolium (1 mg/mL) for 30 min
at 37 °C. Then 20 pL of 0.1 M HCl was added. The blank was
constituted same way except that the cell free extract was replaced
with sucrose-Tris buffer. The blue colour was read at 575 nm using
Versamax microplate reader (Molecular Devices, California, USA).
The amount of superoxide radical anion generated was calculated
using the molar extinction coefficient of 3-(4,5-dimethylthiazol-2-
y1)-2,5-diphenyltetrazolium bromide formazan (17,000 M~! cm™!
at pH 7.4-8.0).

2.6.2. Superoxide dismutase

The activity of superoxide dismutase (SOD) was determined
according to Misra and Fridovich [21]. Briefly, 10 pL of cell free
extract was added to 125 pL of 0.05 mol/L carbonate buffer (pH
10.2) to equilibrate and the reaction was started by adding 15 pL of
freshly prepared 0.3 mmol/L epinephrine. The increase in absor-
bance at 480 nm was recorded every 30 s for 150 s using Versamax
microplate reader (Molecular Devices, California, USA). One unit of
enzyme activity was defined as 50% inhibition of the rate of
autoxidation of epinephrine as determined by change inabsorb-
ance/min at 480 nm.

2.6.3. Catalase

Catalase activity in the cell free extract was evaluated using the
procedure described by Chen et al. [22]. Briefly, cell free extract
(10 pL) was mixed thoroughly with cold 6 mM H,0; (100 pL). The
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reaction was stop by mixing with 3 M H2SO4 (20 uL) followed by
0.01 KMnOg4. Reaction mixture was vortexed and absorbance read
at 480 nm within 30—60 s using Versamax microplate reader
(Molecular Devices, California, USA).

2.6.4. Reduced glutathione and glutathione disulfide

The level of GSH in the cell free extract was determined using
the procedure described by Ellman [23]. Cell free extract (20 pL)
was mixed with 170 uL of 0.1 M potassium phosphate buffer (pH
7.4). The reaction was started by adding 10 mM DTNB (10 pL) and
incubated for 30 min at room temperature. Absorbance of the re-
action mixtures was read at 412 nm using Versamax microplate
reader (Molecular Devices, California, USA).

GSSG level was determined using the procedure described by
Hissin and Hilf [24]. Cell free extract (50 pL) was mixed with 20 pL
of 0.04 M N-ethylmaleimide (NEM) to prevent oxidation of GSH to
GSSG. It was incubated at room temperature for 30 min and 1.68 mL
of 0.3 M NapHPO4 solution was added to it followed by 250 pL of
DTNB reagent. The absorbance of the sample was measured at
412 nm.

2.6.5. Malondialdehyde

Malondialdehyde content of cell free extract was determined as
described by Reilly and Aust [25]. Briefly, cell free extract was mixed
with TBA/TCA/HCI (15%, 0.37%, 0.2 N) at a reagent/sample ratio of
2:1 (v/v), placed in a boiling water bath for 15 min, cooled to room
temperature and centrifuged at 1000 g for 10 min at room tem-
perature. The absorbance of the solution was read at 535 nm
against the blank (containing all reagents except cell free extract)
using Versamax microplate reader (Molecular Devices, California,
USA). MDA content was determined using the extinction coefficient
of 1.56 x 10°.

2.6.6. Fragmented DNA

The percentage fragmented DNA in the cell free extract was
determined using the procedure described by Burton [26]. Briefly,
cell free extract was centrifuged at 15,000xg, for 15 min at 4 °C. The
supernatant was separated from the pellet and treated with tri-
chloroacetic acid (1.50 mL, 10%). The pellet was also treated with
trichloroacetic acid (0.65 mL, 5%). The reaction mixtures were
allowed to precipitate overnight (>4 h) in a refrigerator (4 °C),
centrifuged at 2500 g for 10 min. The reaction mixtures were boiled
at 100 °C for 15 min, cooled to room temperature and centrifuged at
2500 g for 5 min. The supernatants (50 pL) were treated with
diphenylamine reagent (100 pL) and incubated at 37 °C for 4 h.
Absorbance was read at 600 nm using Versamax microplate reader
(Molecular Devices). The fragmented DNA was calculated using the
following expression:

Fragmented DNA (%)

Absorbance of the supernatant

(4x MIC) was added and incubated at 37 °C for 3 h. Absorbance of
the incubation medium was read at 600 nm for every 20 min in-
terval of 3 h incubation time using Versamax microplate reader
(Molecular Devices). In addition, samples of control culture and
treated culture were removed at intervals of (0, 20, 40, 60, 80, 100,
120, 140, 160 and 180 min) and centrifuged to collect the cells as
pellet. The cells were washed and diluted with 0.9% NaCl, mixed
with molten soft LB-agar (0.8%) at 42 °C and poured onto agar
plates containing solid LB-agar (1.5%). Colonies were counted using
digital colony counter after 24 h at 37 °C.

2.8. Molecular docking analysis

Molecular docking analysis was done to determine the possible
binding mode of (+)-catechin to NADH: Quinone oxidoreductase,
succinate dehydrogenase, topoisomerase I (DNA gyrase), penicillin
binding protein and DNA-directed RNA polymerase as potential
inhibitor using CLC Drug Discovery Workbench 3 Software (Qiagen,
Waltham MA, USA). The crystal structures of NADH: quinone
oxidoreductase (Protein Data Bank (PDB 10zk), succinate-quinone
oxidoreductase (PDB 1nek), DNA gyrase (PDB 4kcl), penicillin
binding protein (PDB 4bjp) and DNA-directed RNA polymerase
(PDB 3n4m) were downloaded from RCSB Protein Data Bank, im-
ported to CLC Drug Discovery Workbench 3 and the binding site
was set up. (+)-Catechin drawn with Marvin sketch (ChemAxon,
Budapest, Hungary) were optimized, docked and evaluated for
possible interactions at the binding pocket of these proteins.

2.9. Statistical analysis

Results were expressed as mean of three independent
experiments + standard deviation. One-way analysis of variance
(ANOVA) followed by Student's t-test was used to detect any sig-
nificant difference (p < 0.05) between the treatments using Stat-
plus, 2011 (AnalystSoft Inc., Alexandria, VA, USA).

3. Results

3.1. Minimum inhibitory concentration and minimum bactericidal
concentration

The MIC and MBC of (+)-catechin against E. coli, P. aeruginosa
and S. aureus are presented in Table 1.

3.2. Time-kill bacterial susceptibility

The optical densities of E. coli, P. aeruginosa and S. aureus treated
with (+)-catechin (4x MIC) decreased significantly when

2.7. Involvement of superoxide anion radical and hydroxyl radical
in bacterial lethality

Escherichia coli, Pseudomonas aeruginosa and Staphylococcus
aureus were grown overnight in LB, harvested by centrifugation and
resuspended in 50 mL fresh medium (LB) to ODggg = 0.1 and grown
aerobically at 37 °Cin 250 mL flask. At mid-log phase (ODggg = 0.5),
2,2'-dipyridyl (500 puM), thiourea (150 mM) and or (+)-catechin

~ Absorbance of the supernatant + Absorbance of pellet

compared with those treated with only DMSO (Fig. 2a). While this
decrease was time dependent, it was more pronounced at 180 min.
Ciprofloxacin, a reference antibiotic produced similar alteration in
the absorbance of these bacterial cells (Fig. 2a—c). Furthermore, the
decreased change in absorbance was supported by the reduction in
CFU/mL of the organisms following incubation with the (+)-cate-
chin (Fig. 3a—c).
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Table 1 3.3. Oxidative stress biomarkers
Minimum inhibitory concentration and minimum bactericidal concentration of

(+)-catechin (ug/mL). (+)-Catechin significantly (p < 0.05) increased superoxide anion

MIC MBC radical contents of E. coli, P aeruginosa and S. aureus when
Escherichia coli ATCC 25922 600 700 compared to the DMSO treated cells (Fig. 4a). (+)-Catechin pro-
Pseudomonas aeruginosa ATCC 27853 600 800 duced 15.72-, 12.31 and 42.4-fold increase in superoxide contents
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0.6
0.25 4
0.5
0.4
’g —_
s E 015 -
=3 (=3
g S
% 03 ==DMSO g —==DMSO
';.g =l@=(+)-Catechin .g ={i=(-+)-Catechin
& =#=Ciprofloxacin _2 0.1 - =w=Ciprofloxacin
< <
0.2
0.05 -
0.1 -
0 T T T T T ) 0 . . . . . )
0 30 60 90 120 150 180 0 30 60 90 120 150 180
a Times (min) b Time (min)

0.7 4

0.6 -

0.5 -

S
IS
L

=4=DMSO
ei{il=(+)-Catechin

o
9
L

=r=Ciprofloxacin

Absorbance (600 nm)

0.2 [

0 T T T T )
0 30 60 90 120 150 180

c Time (min)

Fig. 2. Optical densities of (a) Escherichia coli (ATCC 25922), (b) Pseudomonas aeruginosa (ATCC 27853) and (c) Staphylococcus aureus (ATCC 29213) exposed to (+)-catechin (4x MIC).
Values are mean + SEM of three determinations and are statistically significant at p < 0.05.

Please cite this article in press as: T.O. Ajiboye, et al., Contribution of reactive oxygen species to (+)-catechin-mediated bacterial lethality,
Chemico-Biological Interactions (2016), http://dx.doi.org/10.1016/j.cbi.2016.09.010




T.O. Ajiboye et al. / Chemico-Biological Interactions xxx (2016) 1—12

«==DMSO
«{l=(+)-Catechin

==Ciprofloxacin

Log,;, CFU/mL
]

0 30 60 90 120 150 180
a Time (min)

Log,, CFU/mL
W

0

12 4

e==DMSO
@ (+)-Catechin

=¢w=Ciprofloxacin

Log,, CFU/mL

0 30 60 90 120 150 180
b Time (min)

==DMSO
«{=(+)-Catechin

Ciprofloxacin

0 30 60 90
c Time (min)

120

150 180

Fig. 3. Viabilities (CFU/mL) of (a) Escherichia coli (ATCC 25922), (b) Pseudomonas aeruginosa (ATCC 27853) and (c) Staphylococcus aureus (ATCC 29213) exposed to (+)-catechin (4x
MIC). Values are mean + SEM of three determinations and are statistically significant at p < 0.05.

did not compare with (+)-catechin.

Similar increase (p < 0.05) in the activities of superoxide dis-
mutase and catalase in response to elevated superoxide anion
radical was observed in the cell free extracts of (+)-catechin (4 x
MIC) treated-E. coli, P. aeruginosa and S. aureus when compared to
DMSO treated organisms (Fig. 4b—c).

The level of reduced glutathione in E. coli, P. aeruginosa and
S. aureus exposed to (+)-catechin (4x MIC) decreased significantly
(p < 0.05) by 7042, 69.04 and 47.62% respectively (Fig. 5a).
Conversely, glutathione disulphide increased significantly in the
cell free extracts of (+)-catechin treated organisms. This increase
compared significantly with ciprofloxacin treated organisms
(Fig. 5b).

Malondialdehyde, a product of lipid peroxidation, increased
significantly (p < 0.05) by 20.68-, 7.15- and 17.67-fold respectively
in the cell free extracts of E. coli, P. aeruginosa and S. aureus treated
with (+)-catechin (4x MIC; Fig. 6a). There was similar increase in
the fragmented DNA of (+)-catechin (4x MIC) treated organisms

(Fig. 6b).
3.4. Involvement of hydroxyl radical

There was significant increase in CFU/mL of Escherichia coli,
Pseudomonas aeruginosa and Staphylococcus aureus treated with
only 2,2'bipyridyl (500 pM) and thiourea (150 mM) when
compared with (+)-catechin treated organisms (Fig. 7a—c).
Although, (+)-catechin in combination with 2,2’bipyridyl or thio-
urea decreased the number of viable cells, it did not compare with
organisms treated with only (+)-catechin (Fig. 7a—c).

3.5. Molecular docking

(+)-Catechin bound NADH: ubquinone oxidoreductase (PDB:
Tozk) by hydrogen bonding amino acid residues, Ser 123, Ser 125
and Lys 134, in the binding pocket (Fig. 8a—b). There was no
hydrogen bond interaction between (+)-catechin and cofactors,
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FAD and NAD. (+)-Catechin share common interaction with Lys 134
as amytal and rotenone, known inhibitor of NADH: ubiquinone
oxidoreductase (Fig. 8c—f). Furthermore, (+)-Catechin hydrogen
bond amino acid residues, Val 47, Ala 49, Thr 213, Asn 214 and Leu
252 (Fig. 9a—b) in the binding pocket of succinate:quinone oxido-
reductase. There was no interaction with cofactor, FAD.

In the binding pocket of DNA gyrase, (+)-catechin interacted
with Ala 33, Asp 82, Ala 84, Thr 88 and Arg 91 amino acid residues
via hydrogen bond (Fig. 10a—b). (+)-Catechin shares similar inter-
action with amino acid residues, Ala 33, as nalidixic acid
(Fig. 10c—d). Amino acid residue, Tyr 507, is involved in hydrogen
bonding (+)-catechin in the binding pocket of penicillin binding
protein (Fig. 11a—b). This amino acid residue, Tyr 507, is also
hydrogen bound by carbapenem (Fig. 11c—d). Hydrogen bond with
amino acid residue Thr 127 in the binding pocket of DNA-directed

RNA polymerase is the point of similar interaction shared by
(+)-catechin and rifampin (known inhibitor of DNA-directed RNA
polymerase; Fig. 12a—d).

4. Discussion

Redox perturbations leading to oxidative stress and cell death
have been proposed as possible mechanism of bactericidal agents.
In this study, we present the contribution of reactive oxygen species

generation to (+)-catechin-mediated bacterial lethality.

4.1. Bacterial susceptibility

The antibacterial activity of (+)-catechin have been reported in
literature and the MIC and MBC values, as obtained in this study, are
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inline with previous studies [16,27]. These values are indicative of
its antibacterial activity and are supported by decrease in absor-
bance and CFU/mL for 3 h incubation. Similar antibacterial activity
of this compound was reported with the pure form and derivatives
[16,28].

4.2. Oxidative stress

Bacteria are equipped with antioxidant machineries to cope
with ubiquitous ROS generation in cells growing in aerobic envi-
ronments. This is further supported by recent reports on the
involvement of ROS and oxidative stress in the bactericidal activity

of antibiotics, natural and synthetic compounds [6—8,29—33].
Studies have reported the capability of catechins including
(+)-catechin to autoxidized [ 14] and enhance ROS (H20; and -03—)
generation [16,34,35]. Increased level of -O,— as obtained in this
study indicates enhanced ROS generation possibly from autoxida-
tion of (+)-catechin or electron leakage in electron transport chain.
The increased activities of SOD and CAT are possible bacterial
response to detoxify elevated ROS (H,0, and -0,—) levels.
Bacterial GSH complements cellular antioxidants by detoxifying
H,0, [36]. The depleted level of GSH could have resulted from
conjugation with semiquinone [37], product of (+) catechin
oxidation. This depletion could alter redox status and result in cell
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death. The elevated level of GSSG could have resulted from the
reaction of thiol radical of GSH (product of semiquinone reaction
with GSH) and with GSH [37]. Reduction of disulfide radical formed
by molecular oxygen also contributes to superoxide anion radical
generation [37], leading to redox imbalance.

Deleterious effects of ROS on cellular macromolecules, DNA and
lipids, results to DNA fragmentation and lipid peroxidation [38,39].
Products of these processes, malondialdehyde and fragmented
DNA, are useful indicator of oxidative status in bacteria. The
elevated level of MDA and fragmented DNA in (+)-catechin treated
E. coli, P. aeruginosa and S. aureus suggest oxidative onslaught of
cellular macromolecules, possibly resulting from enhanced ROS
generation.

4.3. Involvement of hydroxyl radical

Evidences have reported the involvement of hydroxyl radical in
antimicrobials and antibiotics-mediated bacterial lethality [5,6,40].
We investigated the contribution of hydroxyl radical in (+)-cate-
chin mediated bacterial lethality by treating E. coli, P. aeruginosa

and S, aureus with (+)-catechin and or 2,2’ dipyridyl (Fe chelator)
and thiourea (hydroxyl radical) scavenger. Increased CFU/mL of
E. coli, P. aeruginosa and S. aureus following incubation with
(+)-catechin in the presence of 2,2’ dipyridyl or thiourea suggest
the involvement of hydroxyl radical in bacterial lethality. This
support previous studies that have established the involvement of
hydroxyl radical as mechanism of antibacterial agents [5,6].

4.4. Molecular docking

The primary sites of ROS, in particular -O,— and H;0,, genera-
tion in the mitochondria is the complexes I and IIl. To know if
respiratory chain complexes I-IIl contributes to (+)-catechin-
mediated ROS generation, we performed in silico analysis. Moini
et al. [41] reported no inhibitory effect of (+)-catechin on electron
complexes. However, in silico study shows that (+)-catechin inter-
acted with Lys 134 residue via hydrogen bonding as rotenone and
amytal, known inhibitors of complex I. Other hydrogen bond in-
teractions in the binding pocket of NADH:quinone oxidoreductase
are with Ser 123 and Ser 125. The non-existence of interactions

Please cite this article in press as: T.O. Ajiboye, et al., Contribution of reactive oxygen species to (+)-catechin-mediated bacterial lethality,
Chemico-Biological Interactions (2016), http://dx.doi.org/10.1016/j.cbi.2016.09.010




TO. Ajiboye et al. / Chemico-Biological Interactions xxx (2016) 1—12 9

SER 123

FAD 401

E

Fig. 8. Molecular docking analysis showing (A) interaction of (+)-catechin with amino acid residues; (B) crystal structure representation of (+)-catechin interaction with amino acid
residues; (C) interaction of amytal with amino acid residues; (D) crystal structure representation of amytal interaction with amino acid residues; (E) interaction of rotenone with
amino acid residues; (F) crystal structure representation of rotenone with amino acid residues in the binding pocket of NADH:quinone oxidoreductase (PDB:10zk).

with amino acid residues involve in substrate binding (His A242,
His A354, Arg A399, Gly A51 and Gly A402), proton shuttle (Arg
A286), substrate polarization (Arg A286 and Arg 399) and transition
state stabilization (Thr A254 and GluA255) indicates that complex Il
is not involved in (+)-catechin-mediated bacterial death. It is also
evident that (+)-catechin does not alter the substrate binding,
substrate polarization, proton shuttle and transition state stabili-
zation of succinate quinone oxidoreductase activity.

DNA gyrase (topoisomerase II) is the primary target of
quinolone-based antibiotics. It (quinolone-based antibiotics) traps
DNA gyrase during DNA cleavage stage, preventing strand rejoining
and inducing bacterial death [42]. The similar interaction
(hydrogen bonding with Ala 33) shared by (+)-catechin and nali-
dixic acid is an indication that (+)-catechin could produce a sort of
interaction like nalidixic acid. This could prevent strand rejoining
and kill bacteria in a similar way as nalidixic acid [42].
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Fig. 9. Molecular docking analysis showing (A) interaction of (+)-catechin with amino acid residues; (B) crystal structure representation of (+)-catechin interaction with amino acid
residues in the binding pocket of succinate:quinone oxidoreductase (PDB ID:1nek).

A

Fig. 10. Molecular docking analysis showing (A) interaction of (+)-catechin with amino acid residues; (B) crystal structure representation of (+)-catechin interaction with amino
acid residues; (C) interaction of nalidixic acid with amino acid residues (D) crystal structure representation of nalidixic acid interaction with amino acid residues in the binding
pocket of DNA gyrase (PDB ID:4kcl).

Ampicillins, cephalosporins and penicillins inhibit bacterial cell hydrogen bonding (+)-catechin is same as carbapenem. In silico
wall synthesis, cell division and enhanced ROS formation leading to prediction shows that (+)-catechin could mediate bacterial
cell death [42]. The amino acid residue, Tyr 507, involved in lethality through the inhibition of cell wall synthesis. Epicatechin
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Fig. 11. Molecular docking analysis showing (A) interaction of (+)-catechin with amino acid residues; (B) crystal structure representation of (+)-catechin interaction with amino
acid residues; (C) interaction of carbapenem with amino acid residues; (D) crystal structure representation of carbapenem interaction with amino acid residue in the binding pocket
of penicillin binding protein (PDB ID:4bjp).

A

HBr127

Fig. 12. Molecular docking analysis showing (A) interaction of (+)-catechin with amino acid residues; (B) crystal structure representation of (+)-catechin interaction with amino
acid residues; (C) interaction of rifampin with amino acid residues and (D) crystal structure representation of rifampin interaction with amino acid residues in the binding pocket of
DNA-directed RNA polymerase (PDB ID:3n4m).
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gallate insertion into the cytoplasmic membrane of methicillin-
resistant Staphylococcus aureus have been reported to disrupt
penicillin binding protein (PBP) 2a-mediated beta-lactam resis-
tance [43]. Inhibition of RNA synthesis is noted to induce bacterial
cell death by inhibiting nucleic acid metabolism [42]. The capability
of (+)-catechin to hydrogen bound Thr 127 in the binding pocket of
DNA-directed RNA polymerase indicates that it could halt RNA
synthesis in a similar way as rifampin (a known inhibitor of RNA
synthesis).

5. Conclusion

It is evident from the data generated from this study that
oxidation of (+)-catechin resulted in redox imbalance This is
evident from increased superoxide anion radical generation,
enhanced antioxidants enzymes, depleted reduced glutathione,
increased malondialdehyde and decreased respiratory chain
activity.

Funding

The authors received no financial support for the research,
authorship, and/or publication of this article.

Declaration of conflicting interests

The authors declared no potential conflicts of interest with
respect to the research, authorship, and/or publication of this
article.

Acknowledgement

Authors are grateful to Qiagen for providing evaluation version
(with complete tools) of CLC Drug Discovery work Bench 3.

References

[1] SJ. Dixon, B.R. Stockwell, The role of iron and reactive oxygen species in cell
death, Nat. Chem. Biol. 10 (2014) 9—17.

[2] F.C. Fang, Antimicrobial actions of reactive oxygen species, MBio 2 (2011).

[3] A. Nickel, M. Kohlhaas, C. Maack, Mitochondrial reactive oxygen species

production and elimination, J. Mol. Cell. Cardiol. 73 (2014) 26—33.

J. Lemire, JJ. Harrison, RJ. Turner, Antimicrobial activity of metals: mecha-

nisms, molecular targets and applications, Nat. Publ. Gr. 11 (2013) 371—384.

[5] M.A. Kohanski, D.J. Dwyer, B. Hayete, C.A. Lawrence, A common mechanism of

cellular death induced by bactericidal antibiotics, Cell (2007) 797—810.

T.0. Ajiboye, AM. Naibi, 1.0. Abdulazeez, 1.0. Alege, A.0. Mohammed,

S.A. Bello, et al., Involvement of oxidative stress in bactericidal activity of 2-(2-

nitrovinyl) furan against Escherichia coli, Pseudomonas aeruginosa and

Staphylococcus aureus, Microb. Pathog. 91 (2016) 107—114.

T.O. Ajiboye, A.O. Mohammed, S.A. Bello, LI Yusuf, O.B. Ibitoye, H.F. Muritala,

et al., Antibacterial activity of Syzygium aromaticum seed: studies on oxida-

tive stress biomarkers and membrane permeability, Microb. Pathog. 95 (2016)

208-215.

[8] M.A. Lobritz, P. Belenky, C.B.M. Porter, A. Gutierrez, J.H. Yang, E.G. Schwarz, et
al.,, Antibiotic efficacy is linked to bacterial cellular respiration, Proc. Natl.
Acad. Sci. 112 (2015) 8173—8180.

[9] DJ. Dwyer, D.M. Camacho, M.A. Kohanski, J.M. Callura, ].J. Collins, Antibiotic-
induced bacterial cell death exhibits physiological and biochemical hallmarks
of apoptosis, Mol. Cell. 46 (2012) 561-572.

[10] P. Belenky, J.D. Ye, C.B.M. Porter, N.R. Cohen, M.A. Lobritz, T. Ferrante, et al.,
Bactericidal antibiotics induce toxic metabolic perturbations that lead to
cellular damage, Cell Rep. 13 (2015) 968—980.

[11] P.D. Stapleton, S. Shah, J.C. Anderson, Y. Hara, J.M.T. Hamilton-Miller,
P.W. Taylor, Modulation of beta-lactam resistance in Staphylococcus aureus
by catechins and gallates, Int. J. Antimicrob. Agents 23 (2004) 462—467.

[12] P.D. Stapleton, S. Shah, K. Ehlert, Y. Hara, P.W. Taylor, The ??-lactam-resis-
tance modifier (-)-epicatechin gallate alters the architecture of the cell wall of
Staphylococcus aureas, Microbiology 153 (2007) 2093—2103.

[13] T. Taguri, T. Tanaka, I. Kouno, Antimicrobial activity of 10 different plant
polyphenols against bacteria causing food-borne disease, Biol. Pharm. Bull. 27
(2004) 1965—1969.

[14] P. Janeiro, A.M. Oliveira-brett,

[4

(6

17

Catechin electrochemical oxidation

[15]

[16]

[17]

(18]

[19]
[20]

[21]

[22]

[23]
[24]
[25]

[26]

[27]

(28]

[29]

[30]

[31]

[32]

[33]

[34]

[35]

(36]
[37]

(38]

[39]

[40]

[41]

[42]

[43]

mechanisms, Anal. Chim. Acta 518 (2004) 109—115.

R. Veluri, T.L. Weir, H.P. Bais, F.R. Stermitz, ].M. Vivanco, Phytotoxic and
antimicrobial activities of catechin derivatives, J. Agric. Food Chem. 52 (2004)
1077—-1082.

H. Arakawa, M. Maeda, S. Okubo, T. Shimamura, Role of hydrogen peroxide in
bactericidal action of catechin, Biol. Pharm. Bull. 27 (2004) 1—6.

K. Kajiya, H. Hojo, M. Suzuki, F. Nanjo, S. Kumazawa, T. Nakayama, Relation-
ship between antibacterial activity of (+)-Catechin derivatives and their
interaction with a model membrane, ]J. Agric. Food Chem. 52 (2004)
1514—-1519.

A.C. Holloway, I. Mueller-Harvey, S.W.]. Gould, M.D. Fielder, D.P. Naughton,
AF. Kelly, The effect of copper(ll), iron(Il) sulphate, and vitamin C combina-
tions on the weak antimicrobial activity of (+)-catechin against Staphylo-
coccus aureus and other microbes, Metallomics 4 (2012) 1280—1286.

M. Balouiri, M. Sadiki, S.K. Ibnsouda, Methods for in vitro evaluating antimi-
crobial activity: a review, ]J. Pharm. Anal. 6 (2016) 71-79.

D.S. Arora, ]. Kaur, Antimicrobial activity of spices, Int. . Antimicrob. Agents 12
(1999) 257—262.

H.P. Misra, 1. Fridovich, The role of superoxide anion in the autoxidation of
epinephrine and a simple assay for superoxide dismutase, ]. Biol. Chem. 247
(1972) 3170-3175.

H. Chen, L. Liu, J. Zhu, B. Xu, R. Li, Effect of soybean oligosaccharides on blood
lipid, glucose levels and antioxidant enzymes activity in high fat rats, Food
Chem. 119 (2010) 1633—1636.

G.L. Ellman, Tissue sulfhydryl groups, Arch. Biochem. Biophys. 82 (1959)
70-77.

PJ. Hissin, R. Hilf, A fluorometric method for determination of oxidized and
reduced glutathione in tissues, Anal. Biochem. 74 (1976) 214—226.

C.A. Reilly, S.D. Aust, Measurement of lipid peroxidation, Curr. Protoc. Toxicol.
Chapter 2 (2001). Unit 2.4.

K. Burton, A study of the conditions and mechanism of the diphenylamine
reaction for the colorimetric estimation of deoxyribonucleic acid, Biochem. J.
62 (1956) 315—323.

H. Li, Q. Chen, ]. Zhao, K. Urmila, Enhancing the antimicrobial activity of
natural extraction using the synthetic ultrasmall metal nanoparticles, Nat.
Publ. Gr (2015) 1-13.

T. Matsunaga, A. Nakahara, K.M. Minnatul, Y. Noiri, S. Ebisu, A. Kato, et al., The
inhibitory effects of catechins on biofilm formation by the periodontopatho-
genic bacterium, eikenella corrodens, Biosci. Biotechnol. Biochem. 74 (2010)
2445-2450.

D.J. Dwyer, P.A. Belenky, J.H. Yang, 1.C. MacDonald, J.D. Martell, N. Takahashi,
et al,, Antibiotics induce redox-related physiological alterations as part of
their lethality, Proc. Natl. Acad. Sci. U. S. A. 111 (2014) E2100—E2109.

X. Zhao, K. Drlica, Reactive oxygen species and the bacterial response to lethal
stress, Curr. Opin. Microbiol. 21 (2014) 1—6.

X. Zhao, Y. Hong, K. Drlica, Moving forward with reactive oxygen species
involvement in antimicrobial lethality, ]. Antimicrob. Chemother. 70 (2015)
639—-642.

X. Wang, X. Zhao, M. Malik, K. Drlica, Contribution of reactive oxygen species
to pathways of quinolone-mediated bacterial cell death, ]J. Antimicrob. Che-
mother. 65 (2010) 520—524.

Z.Samoilova, G. Smirnova, N. Muzyka, O. Oktyabrsky, Medicinal plant extracts
variously modulate susceptibility of Escherichia coli to different antibiotics,
Microbiol. Res. 169 (2014) 307—313.

H. Babich, H.L. Zuckerbraun, S.M. Weinerman, In vitro cytotoxicity of
(-)-catechin gallate, a minor polyphenol in green tea, Toxicol. Lett. 171 (2007)
171-180.

L. Tao, S.C. Forester, J.D. Lambert, The role of the mitochondrial oxidative
stress in the cytotoxic effects of the green tea catechin, (-)-epigallocatechin-3-
gallate, in oral cells, Mol. Nutr. Food Res. 58 (2014) 665—676.

G. Smirnova, N. Muzyka, O. Oktyabrsky, Transmembrane glutathione cycling
in growing Escherichia coli cells, Microbiol. Res. 167 (2012) 166—172.

X. Han, T. Shen, H. Lou, Dietary polyphenols and their biological significance,
Int. J. Mol. Sci. 2 (2007) 950—988.

T.O. Ajiboye, AK. Salau, M.T. Yakubu, A.T. Oladiji, M.A. Akanji, J.I. Okogun,
Aqueous extract of Securidaca longepedunculata root induce redox imbalance
in male rat liver and kidney, Hum. Exp. Toxicol. 29 (2010) 679—688.

T.0. Ajiboye, Redox status of the liver and kidney of 2,2-dichlorovinyl
dimethyl phosphate (DDVP) treated rats, Chem. Biol. Interact. 185 (2010)
202-207.

P.@. Jensen, A. Briales, R.P. Brochmann, H. Wang, K.N. Kragh, M. Kolpen, et al.,
Formation of hydroxyl radicals contributes to the bactericidal activity of
ciprofloxacin against Pseudomonas aeruginosa biofilms, Pathog. Dis. 70
(2013) 440—443.

H. Moini, A. Arroyo, ]. Vaya, L. Packer, Bioflavonoid effects on the mitochon-
drial respiratory electron transport chain and cytochrome c redox state,
Redox Rep. 4 (1999) 35—41.

M.A. Kohanski, D.J. Dwyer, ].J. Collins, How antibiotics kill bacteria: from
targets to networks, Nat. Rev. Microbiol. 8 (2010) 423—435.

P. Bernal, S. Lemaire, M.G. Pinho, S. Mobashery, J. Hinds, P.W. Taylor, Insertion
of epicatechin gallate into the cytoplasmic membrane of methicillin-resistant
Staphylococcus aureus disrupts penicillin-binding protein (PBP) 2a-mediated
??-lactam resistance by delocalizing PBP2, J. Biol. Chem. 285 (2010)
24055—-24065.

Please cite this article in press as: T.O. Ajiboye, et al., Contribution of reactive oxygen species to (+)-catechin-mediated bacterial lethality,
Chemico-Biological Interactions (2016), http://dx.doi.org/10.1016/j.cbi.2016.09.010



http://refhub.elsevier.com/S0009-2797(16)30371-4/sref1
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref1
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref1
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref2
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref3
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref3
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref3
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref4
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref4
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref4
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref5
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref5
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref5
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref6
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref6
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref6
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref6
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref6
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref7
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref7
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref7
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref7
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref7
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref8
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref8
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref8
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref8
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref9
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref9
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref9
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref9
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref10
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref10
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref10
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref10
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref11
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref11
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref11
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref11
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref12
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref12
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref12
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref12
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref13
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref13
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref13
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref13
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref14
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref14
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref14
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref15
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref15
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref15
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref15
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref16
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref16
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref16
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref17
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref17
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref17
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref17
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref17
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref17
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref18
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref18
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref18
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref18
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref18
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref18
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref19
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref19
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref19
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref20
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref20
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref20
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref21
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref21
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref21
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref21
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref22
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref22
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref22
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref22
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref23
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref23
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref23
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref24
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref24
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref24
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref25
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref25
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref26
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref26
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref26
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref26
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref27
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref27
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref27
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref27
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref28
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref28
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref28
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref28
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref28
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref29
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref29
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref29
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref29
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref30
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref30
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref30
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref31
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref31
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref31
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref31
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref32
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref32
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref32
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref32
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref33
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref33
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref33
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref33
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref34
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref34
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref34
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref34
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref35
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref35
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref35
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref35
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref36
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref36
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref36
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref37
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref37
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref37
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref38
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref38
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref38
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref38
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref39
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref39
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref39
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref39
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref40
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref40
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref40
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref40
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref40
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref40
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref41
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref41
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref41
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref41
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref42
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref42
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref42
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref43
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref43
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref43
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref43
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref43
http://refhub.elsevier.com/S0009-2797(16)30371-4/sref43
https://www.researchgate.net/publication/308092522

	Contribution of reactive oxygen species to (+)-catechin-mediated bacterial lethality
	1. Introduction
	2. Materials and methods
	2.1. Bacteria strains
	2.2. Chemicals
	2.3. Minimum inhibitory concentration and minimum bactericidal concentration
	2.4. Time-kill bacterial susceptibility assay
	2.5. Preparation of cell free extract
	2.6. Oxidative stress biomarkers
	2.6.1. Superoxide anion radical assay
	2.6.2. Superoxide dismutase
	2.6.3. Catalase
	2.6.4. Reduced glutathione and glutathione disulfide
	2.6.5. Malondialdehyde
	2.6.6. Fragmented DNA

	2.7. Involvement of superoxide anion radical and hydroxyl radical in bacterial lethality
	2.8. Molecular docking analysis
	2.9. Statistical analysis

	3. Results
	3.1. Minimum inhibitory concentration and minimum bactericidal concentration
	3.2. Time-kill bacterial susceptibility
	3.3. Oxidative stress biomarkers
	3.4. Involvement of hydroxyl radical
	3.5. Molecular docking

	4. Discussion
	4.1. Bacterial susceptibility
	4.2. Oxidative stress
	4.3. Involvement of hydroxyl radical
	4.4. Molecular docking

	5. Conclusion
	Funding
	Declaration of conflicting interests
	Acknowledgement
	References


