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Abstract

Potassium bromate (KBrOs) is widely used as a food additive and is a major water disinfec-
tion by-product. It induces multiple organ toxicity in humans and experimental animals and
is a probable human carcinogen. The present study reports the protective effect of dietary
antioxidant taurine on KBrOs-induced damage to the rat intestine. Animals were randomly
divided into four groups: control, KBrO; alone, taurine alone and taurine+ KBrO3. Adminis-
tration of KBrO3 alone led to decrease in the activities of intestinal brush border membrane
enzymes while those of antioxidant defence and carbohydrate metabolism were also se-
verely altered. There was increase in DNA damage and DNA-protein cross-linking. Treat-
ment with taurine, prior to administration of KBrOg, resulted in significant attenuation in all
these parameters but the administration of taurine alone had no effect. Histological studies
supported these biochemical results showing extensive intestinal damage in KBrOs-treated
animals and greatly reduced tissue injury in the taurine+ KBrO3 group. These results show
that taurine ameliorates bromate induced tissue toxicity and oxidative damage by improving
the antioxidant defence, tissue integrity and energy metabolism. Taurine can, therefore, be
potentially used as a therapeutic/protective agent against toxicity of KBrOz and

related compounds.

Introduction

Potassium bromate (KBrO3) is a food additive that is extensively used as a maturing agent for
flour and as a dough conditioner. It is also used in cosmetics and is a component of permanent
hair weaving solutions. Disinfection of drinking water by ozonation, which has emerged as a
promising alternative to chlorination since it does not result in the production of hazardous
agents like trihalomethanes, also generates bromate as a by-product [1]. During ozonation, the
bromide contained in water naturally is oxidized to bromate which is thus frequently detected
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in tap and even bottled water. Exposure to KBrO; results in multiple organ toxicity with kidney
being the primary target organ of this compound. KBrOj; has been shown to alter gene expres-
sion in renal tissues and chronic administration of KBrO; induces carcinomas in rats, hamsters
and mice [2-4]. Bromate is now considered as a probable human carcinogen and a complete
carcinogen in animals. Increased production of reactive oxygen species (ROS) and free radicals
has been implicated in mediating KBrO;-induced toxicity. These radicals can cause extensive
tissue damage by reacting with macromolecules like proteins, nucleic acids and membrane lip-
ids which causes an imbalance in homeostasis and leads to tissue injury [2,5,6]. Supporting the
involvement of ROS in its action, several antioxidants (AO) have been shown to ameliorate the
bromate-induced multiple organ toxicity [7-11].

Taurine (2-aminoethanesulfonic acid) is a conditionally essential amino acid found in large
concentrations in all mammalian tissues and accounts for approximately 0.1% of total human
body weight. It is present in various foods like eggs, milk and is especially abundant in seafood
and meat. Taurine is involved in a number of crucial physiological processes including modula-
tion of calcium flux and neuronal excitability, osmoregulation, detoxification, membrane stabi-
lization, reproduction and immunity [12]. It is essential for the development and survival of
mammalian cells, particularly those of the cerebellum, retina and kidney [12,13]. Taurine is
also an AO and a potent scavenger of the hydroxyl radical suggesting that it may be useful in
treating oxygen radical mediated toxicity [14]. Taurine protects tissues from various pathologi-
cal conditions resulting from free radicals generated upon exposure to various xenobiotics [15-
21].

We have recently shown that administration of KBrOj; to rats induces oxidative stress (OS)
and lowers the activities of several enzymes in the intestinal brush border membrane (BBM). It
causes alterations in the activities of various antioxidant and metabolic enzymes and damages
the intestinal DNA [5,6]. In the present work, we have used taurine to attenuate the KBrO;-in-
duced intestinal damage using rats as the animal model. This was done in view of the effective-
ness of taurine in mitigating toxicities involving ROS and OS. Our results show that taurine is
an effective chemoprotective agent in attenuating bromate-induced gastrointestinal damage.

Materials and Methods

Adult male rats of Wistar strain weighing 150 to 200 g were used in all the experiments. The
study was approved by an Institutional Animals Ethical Committee (IAEC) of Aligarh Muslim
University that monitors research involving animals. Animals were stabilized for 1 week prior
to the experiment on standard pellet rat diet with free access to water. Solutions of taurine and
KBrO; were prepared in drinking water and given orally (by gavage) to animals. The animals
were randomly divided into four groups with six rats in each group. Group I (control) was
given suitable volume of drinking water by gavage, group II (KBrO; alone) was given a single
dose of KBrOj; at 100 mg/kg body weight while group III (taurine alone) was given taurine at
100 mg/kg body weight/day for five days. Animals in group IV (taurine+KBrO;) were first
given taurine for five days at 100 mg/kg body weight/day. Then 6 h after the last dose of taurine
they were administered single dose of KBrOj; at 100 mg/kg body weight.

The animals were sacrificed 48 h after the last treatment under light ether anaesthesia. The
entire small intestine was removed, flushed with ice-cold saline and slit open. The mucosa was
gently scraped with a glass slide and used for the preparation of brush border membrane vesi-
cles (BBMV) and homogenates. The experiment was planned such that all animals were sacri-
ficed on the same day. Animals had free access to water and food throughout the duration of
the experiment.
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Preparation of BBMV and mucosal homogenates

BBMV and mucosal homogenates were prepared exactly as described by Farooq et al. [22] and
stored at —20°C until further analysis. Protein concentration in homogenates and BBMV was
determined by the Folin phenol reagent using bovine serum albumin as standard [23].

BBM enzymes

The BBM enzymes were assayed in intestinal homogenates and BBMV as described previously
[5]. Briefly, the activity of alkaline phosphatase (AP) was determined at pH 10.5 using p-nitro-
phenyl phosphate as substrate while y-glutamyl transferase (GGT) and leucine aminopeptidase
(LAP) were assayed using y-glutamyl p-nitroanilide and L-leucine p-nitroanilide as substrates,
respectively. Sucrase was assayed by determining the reducing sugars formed upon hydrolysis
of sucrose after reaction with 3,5-dinitrosalicylic acid. The kinetic parameters Ky and V.«
were determined by assaying the enzymes at different substrate concentrations in isolated
BBMYV and analyzing the data by double reciprocal Lineweaver-Burk plots.

Acid phosphatase (ACP) and total adenosine 5’-triphosphatase
(ATPase)

The activity of lysosomal marker enzyme ACP was determined in intestinal homogenates at
pH 4.5 using p-nitrophenyl phosphate as substrate [24]. Total ATPase was assayed by the
method of Konkel et al. [25]. Briefly, the intestinal homogenates were incubated with 2 mM
adenosine 5’-triphosphate (ATP) in 1.5 ml reaction volume at 37°C for 15 min and the reaction
was terminated by addition of 0.2 ml of 30% tricarboxylic acid. The samples were centrifuged
at 4,000 rpm and inorganic phosphate released was measured in protein free supernatant using
ferrous ammonium molybdate as coloring reagent.

Enzymes involved in free radical scavenging

Cu-Zn superoxide dismutase (SOD) was assayed by following the inhibition of auto-oxidation
of pyrogallol [26] and catalase (CAT) from the conversion of hydrogen peroxide (H,0,) to
water [27]. Glutathione reductase (GR) was assayed from the conversion of nicotinamide ade-
nine dinucleotide phosphate reduced (NADPH) to nicotinamide adenine dinucleotide phos-
phate (NADP") during the reduction of oxidised glutathione to reduced glutathione (GSH)
[28]. Glutathione-S-transferase (GST) activity was determined by using 1-chloro-2, 4-dinitro-
benzene as substrate [29] and thioredoxin reductase (TR) by following the yellow color formed
at 410 nm upon reduction of 5,5 -dithiobis-2-nitrobenzoic acid by NADPH [30]. Glutathione
peroxidase (GPx) was assayed from the conversion of NADPH to NADP" at 340 nm in the
presence of oxidised glutathione [31].

Enzymes of carbohydrate metabolism

Enzyme activities involving oxidation of NADH or reduction of NADP" were determined in
mucosal homogenates from absorbance changes at 340 nm. A molar extinction coefficient of
6.22x10°M " cm ™" was used for calculating the concentrations of NADH/NADPH. The activi-
ties of lactate dehydrogenase (LDH), malate dehydrogenase (MDH), malic enzyme (ME), glu-
cose 6-phosphatase (G6P) and fructose 1,6-bisphosphatase (FBP) were assayed as described by
Khundmiri et al. [32]. Glucose 6-phosphate dehydrogenase (G6PD) activity was measured by
glucose 6-phosphate dependent reduction of NADP* to NADPH [33].
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Thiobarbituric acid reactive substances (TBARS), carbonyl content,
GSH, total sulfhydryl (SH) and H>O, levels

Lipid peroxidation (LPO) was determined from the level of TBARS [34]. Protein carbonyl con-
tent was determined after reaction with 2,4-dinitrophenyl hydrazine [35]. SH groups and GSH
were measured from the yellow color produced after their reaction with 5,5 -dithiobis-2-nitro-
benzoic acid [36]. H,0, levels were determined using xylenol orange as color reagent in the
presence of 100 mM sorbitol [37].

Histology

Sections of the duodenum were fixed in 10% formalin, cut into 10 um sections and stained
with hematoxylin and eosin by routine procedure [38]. The slides were examined under a mi-
croscope (Olympus BX40, Japan) at 400X magnification.

Comet Assay

The intestinal mucosa was removed immediately after sacrifice of animals and transferred into
the Roswell Park Memorial Institute (RPMI) medium containing 1 mM EDTA. The solutions
were sieved by muslin cloth into Petri dishes to collect the cell suspension. Single cell gel elec-
trophoresis (Comet assay) was performed in alkaline conditions as described by Singh et al.
[39]. The DNA was stained by ethidium bromide and visualized under a CX41 fluorescence
microscope (Olympus, Japan). The comets were scored at a magnification of 100X and images
of 50 cells (25 from each replicate slide) for each sample were scored. Comet tail length (migra-
tion of DNA from the nucleus in um) was chosen as the parameter to assess nuclear DNA dam-
age and was automatically generated by the Komet 5.5 (USA) image analysis system.

DNA fragmentation and DNA-protein cross-linking (DPC)

Quantitation of DNA fragmentation was done by the colorimetric diphenylamine assay [40].
The intestinal homogenates were mixed with equal volume of buffer containing 20 mM Tris-
HCI, 20 mM ethylenediaminetetracetate (EDTA), 0.5% Triton X-100, pH 7.5, and centrifuged
at 15,000 rpm for 15 min at 4°C to separate intact DNA in the pellet from fragmented/damaged
DNA in the supernatant fraction. Perchloric acid (final concentration 0.5 M) was added to the
pellet and supernatant samples which were heated at 90°C for 15 min and then centrifuged to
remove precipitated proteins. The resulting supernatants, whether containing whole or frag-
mented DNA, were treated with 58.7 mM diphenylamine for 16-20 h at room temperature in
dark and the absorbance was recorded at 600 nm. DNA fragmentation was expressed as the
percentage of fragmented DNA to total DNA.

DPC was determined by preparing10% mucosal homogenate in buffer containing 2% SDS,
20 mM Tris-HCI, 20 mM EDTA, pH 7.5 and heating at 65°C for 10 min. Then 1.5 ml of this
homogenate was mixed with 0.5 ml of 0.2 M KCl, 20 mM Tris-HCI, pH 7.5, passed five times
through a 21-gauge needle and centrifuged. The DNA-protein cross-links were then deter-
mined in the supernatants exactly as described by Zhitkovich and Costa [41].

Statistical analysis

All data are expressed as mean + standard error of mean (SEM). Analysis of variance was used
in combination with Post-Hoc test (Bonferroni comparison test) using GraphPad InStat 3.0.
(USA) to evaluate the data by comparing the results of treatment groups to control group. All
differences of p < 0.05 were considered significant. All experiments were done at least three
times to document reproducibility.
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Table 1. Effect of taurine pre-treatment on KBrOs-induced changes in the activities of BBM enzyme in the intestinal homogenates.

Control KBrO; alone Taurine alone Taurine+KBrO;
LAP 3.76+0.29 1.89+0.08* 3.81+0.22° 3.08+0.18 *t
AP 2.37+0.19 1.01+£0.09* 2.40+0.18* 2.05+0.11 *t
GGT 2.26+0.15 0.98+0.07* 2.34+0.12* 1.92+0.09 *1
Sucrase 27.12+2.77 13.11+£1.12% 26.65+2.89* 23.14+2.06 *1

Results are mean + SEM of six different preparations. Specific activities of enzymes are in umoles/mg protein/hour.
* Significantly different from control.

1 Significantly different at p < 0.05 from KBrOs-treated group.

¥ Significantly different at p < 0.05 from KBrO3 and taurine+KBrO3 treated group.

LAP: leucineaminopeptidase; AP: alkaline phosphatase; GGT: y-glutamyltransferase.

doi:10.1371/journal.pone.0119137.t001

Results

The effect of oral treatment with taurine on KBrO;-induced DNA damage, alterations in BBM
enzymes, carbohydrate metabolism and the AO status of rat intestine were studied. The doses
of taurine (100 mg/kg/day for 5 days) and KBrO; (single dose of 100 mg/kg body weight) ad-
ministered to animals were those which have been previously used by us and other workers
[5,6,17,18]. Both taurine and KBrO; were given orally to the animals, rather than intraperito-
neally or subcutaneously, to simulate real exposure and intake of these agents. Animals in all
four groups were sacrificed 48 h after the treatments, and their small intestines were removed.
This time interval was selected since our previous work has shown that KBrO;-induced intesti-
nal changes were maximum 48 h after its administration (Ahmad et al., 2012 and 2013). Intes-
tinal mucosal homogenates and BBMV were prepared and used in the determination of several
biochemical parameters.

BBM enzymes

Four BBM enzymes (AP, LAP, GGT, and sucrase) were assayed in mucosal homogenates and
BBMYV prepared from animals in the four groups. Treatment of rats with KBrOj; alone resulted
in significant decline in the activities of all these enzymes, both in homogenates and BBMV,
compared to the control group (Tables 1 and 2). AP and GGT were the enzymes most affected
by treatment with KBrOs, both in the homogenates and BBMV. Pre-treatment with taurine

Table 2. Effect of taurine pre-treatment on KBrOs-induced changes in the activities of BBM enzymes in isolated BBMV.

Control KBrO; alone Taurine alone Taurine+KBrO;
LAP 30.96+3.29 15.86+2.08* 30.48+3.17* 24.84+2.74%F
AP 20.14+2.37 9.16+1.01% 20.01+2.28* 17.42+2.01*1
GGT 18.48+1.89 8.15+0.97* 18.18+1.97* 15.55+1.28*1
Sucrase 230.87+10.97 109.93+7.54*% 232.11+10.21% 196.79+7.64*T

Results are mean + SEM of four different preparations. Specific activities of enzymes are in pmoles/mg protein/hr.
* Significantly different from control.

T Significantly different at p < 0.05 from KBrO;-treated group.

¥ Significantly different at p < 0.05 from KBrO3 and taurine+KBrO3 treated group.

LAP: leucineaminopeptidase; AP: alkaline phosphatase; GGT: y-glutamyltransferase.

doi:10.1371/journal.pone.0119137.t002
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Table 3. Effect of taurine pre-treatment on KBrOs-induced changes in the kinetic parameters of BBM
enzymes in purified BBMV.

Groups Kyn (mM) Vmax (Mmoles/mg protein/h)
LAP

Control 0.11+0.002 12.27+1.38
KBrO;3 alone 0.09+0.001 6.14+0.47*
Taurine alone 0.11+0.002 12.11+1.16%
Taurine+KBrO3 0.12+0.001 9.86+0.77*t
AP

Control 32.124+2.21 42.07+3.35
KBrO3 alone 30.98+1.97 30.12+£2.79*
Taurine alone 32.48+2.27 41.84+4.31%
Taurine+KBrO3 31.79+2.01 39.87+3.861
GGT

Control 1.88+0.09 11.12+1.18
KBrO3 alone 1.7610.04 6.45+0.17*
Taurine alone 1.66+0.03 11.69+1.11%
Taurine+KBrOz 1.71+0.02 9.42+1.04b*t
Sucrase

Control 39.78+2.74 180.68+7.51
KBrO;3 alone 40.01+3.01 92.33+5.47*
Taurine alone 39.64+2.86 181.13+9.42%
Taurine+KBrO3 38.69+2.47 154.27+6.83*t

Kwm and Vaxwere calculated from double reciprocal (1/v vs 1/[S]) Lineweaver-Burk plots. Results are mean
+ SEM of four different preparations.

* Significantly different from control.

1 Significantly different at p < 0.05 from KBrOs-treated group.

¥ Significantly different at p < 0.05 from KBrO3 and taurine+KBrO3 treated group.

& Significantly different from control.

b Significantly different from control and KBrO; alone groups.

LAP: leucineaminopeptidase; AP: alkaline phosphatase; GGT: y-glutamyltransferase.

doi:10.1371/journal.pone.0119137.1003

significantly ameliorated the KBrO3-induced changes by bringing the enzyme activities near
control values. Administration of taurine alone did not have a significant effect on enzyme ac-
tivities which were similar to the controls.

The kinetic parameters, Ky; (Michaelis constant) and V., (maximal velocity), of the en-
zymes were then determined in isolated BBMV by the double reciprocal Lineweaver-Burk
plots. Treatment with KBrOj; led to significant lowering of V..« values of all BBM enzymes
(Table 3). However, prior administration of taurine led to a significant recovery in the V .,
values. As expected, treatment with taurine alone did not alter V ,,,« of any of the four enzymes.
The Ky values of the enzymes were not altered by any of these treatments and were insignif-
icantly different among the four groups.

ACP and total ATPase

Treatment of rats with KBrO; alone resulted in significant alterations in the activities of ACP
and total ATPase when compared to untreated controls. The activity of ACP, a lysosomal
marker enzyme, increased while total ATPase decreased significantly. However, pre-treatment
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Table 4. Effect of taurine pre-treatment on KBrOs-induced changes in the activities of ACP and total ATPase in intestinal homogenates.

Control KBrO; alone Taurine alone Taurine+KBrO;
ACP 1.79+0.09 4.69+0.16* 1.74+0.05° 2.86+0.09*T
Total ATPase 8.14+0.42 4.25+0.11* 8.34+0.41% 6.29+0.28*T

Results are mean + SEM of six different preparations.

Specific activities of enzymes are in pmoles/mg protein/hr.

* Significantly different from control.

1 Significantly different at p < 0.05 from KBrO3-treated group.

# Significantly different at p < 0.05 from KBrO3 and taurine+KBrO3 treated group.
ACP: acid phosphatase.

doi:10.1371/journal.pone.0119137.t004

with taurine led to significant amelioration in KBrOs-induced alterations in the activities of
both enzymes (Table 4). Administration of taurine alone had no effect on the activities of these
enzymes which were similar to the control group.

Parameters of oxidative stress

AO status is a potential biomarker to determine the physiological state of the cell, tissue or
organ. The ROS generated under conditions of OS cause increase in LPO, protein oxidation as
well as oxidation of protein and non-protein (mainly GSH) sulfhydryl groups. These parame-
ters were determined in intestinal homogenates prepared from animals in the four groups.
LPO was determined from levels of malondialdehyde which reacts with thiobarbituric acid to
give a pink coloured product. Protein oxidation increases carbonyl groups which were deter-
mined after reaction with 2,4-dinitrophenyl hydrazine. Administration of KBrOj; alone greatly
enhanced both LPO and protein oxidation as reflected by almost four fold higher levels of
TBARS and protein carbonyls compared to the control group. It also resulted in significant re-
duction in total SH and GSH content (Table 5). There was also a marked increase in the level
of H,0,, an ROS, in intestinal homogenates in KBrOj treated animals. However, these KBrO;-
induced changes were significantly attenuated by administration of taurine prior to treatment
with KBrO; while treatment with taurine alone did not significantly alter any of these

Table 5. Effect of taurine pre-treatment on KBrOs-induced changes in some parameters of oxidative stress in intestinal homogenates.

Control KBrO; alone Taurine alone Taurine+KBrO3;
TBARS 41.39+2.41 162.61+7.82* 38.59+2.09* 71.67+4.01*7
Carbonyl 60.81+4.17 234.85+10.01* 57.96+3.28" 110.64+8.51*T
Total SH 13.25+1.30 5.39+0.24* 13.87+1.73° 10.92+1.17*7
GSH 1.98+0.13 0.76+0.07* 2.03:0.12° 1.57£0.11*1
H>05 129.22+8.14 329.54+14.86* 105.22+8.01** 182.88+8.64*T

Results are mean+SEM of six different preparations. TBARS, carbonyl content and H,O, levels are in nmoles/g tissue while total SH and GSH are in
pumoles/g tissue.

* Significantly different from control.

T Significantly different at p < 0.05 from KBrO3-treated group.

¥ Significantly different at p < 0.05 from KBrO3 and taurine+KBrO3 treated group.

TBARS: thiobarbituric acid reactive substances; SH: sulfhydryl; H,O,: hydrogen peroxide GSH: glutathione.

doi:10.1371/journal.pone.0119137.t005
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Table 6. Effect of taurine pre-treatment on KBrOs-induced changes in the activities of some anti-oxidant enzymes in intestinal homogenates.

Control KBrO; alone Taurine alone Taurine+KBrO;
CAT 12.86+1.21 4.22+0.86* 12.94+1.18° 9.54+1.01*T
SOD 78.66+3.47 173.68+7.01* 79.04+3.28* 97.84+4.01*1
GPx 4.12+0.54 1.71£0.18* 4.38+0.31F 3.21+0.28*T
GST 12.97+1.86 31.68+2.74* 13.01+0.12* 16.37+2.11*T
GR 23.47+2.01 8.56+1.01% 23.89+2.19* 18.87+1.64*T
TR 7.78+0.89 2.09+0.08* 7.94+0.91F 5.88+0.26*"

Results are mean+SEM of six different preparations. Specific activity of SOD is in units/mg protein (One unit is the amount which causes 50% inhibition of
pyrogallol auto-oxidation in a reaction volume of 3 ml). Specific activities of CAT, GPx, GST, GR and TR are in nmol/mg protein/min.

* Significantly different from control.

T Significantly different at p < 0.05 from KBrOs-treated group.

¥ Significantly different at p < 0.05 from KBrO3 and taurine+KBrO3 treated group.

CAT: catalase; SOD: Cu-Zn superoxide dismutase; GPx: glutathione peroxidase; GST: glutathione-S-transferase; GR: glutathione reductase; TR:
thioredoxin reductase.

doi:10.1371/journal.pone.0119137.t006

parameters. These results indicate marked protection by taurine against KBrOj; induced OS in
the intestinal tissue (Table 5).

Antioxidant enzymes

The effect of pre-treatment with taurine on KBrO;-induced alterations in the activities of some
AO enzymes in mucosal homogenates was determined (Table 6). Administration of KBrO;
alone to rats caused marked changes in the activities of major detoxifying enzymes like SOD,
CAT and GPx. It resulted in a decline in the activities of GR and TR while GST was significant-
ly enhanced. However, these KBrOs-induced changes in AO enzyme activities were significant-
ly attenuated by prior administration of taurine. The results show taurine protects the cellular
enzymatic AO defence of intestinal mucosal tissue from alterations induced by KBrO;

(Table 6).

Carbohydrate metabolism

The activities of enzymes of several metabolic pathways were determined in mucosal homoge-
nates (Table 7). These include LDH (glycolysis), MDH (citric acid cycle), G6P and FBP (gluco-
neogenesis), G6PD (pentose phosphate pathway) and ME (NADPH generation). KBrO;
treatment significantly increased the activity of LDH while MDH was decreased (Table 7). It
also decreased the activities of gluconeogenic enzymes, G6P and FBP. The effect of KBrO; was
also determined on G6PD and ME that are the major source of NADPH which is needed in
various anabolic reactions. Treatment with KBrO; alone significantly decreased G6PD but in-
creased ME activity. However, in the taurine+KBrOj group there was significant attenuation in
the KBrOj3-induced alterations in the activities of all these metabolic enzymes (Table 7). Thus
taurine restores the metabolic pathways that were altered by exposure to KBrO;. Administra-
tion of taurine alone did not significantly alter the activities of any of these enzymes.

Comet assay

Treatment of rats with KBrO; alone caused significant DNA damage in intestinal mucosa
when compared to untreated control. This was evident from the elongated tail length, indicat-
ing increased level of single strand breaks and alkali labile sites in mucosal DNA (Fig. 1). Pre-
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Table 7. Effect of taurine pre-treatment on KBrOz-induced changes in the activities of enzymes of carbohydrate metabolism in intestinal

homogenates.
Control KBrO3 alone Taurine alone Taurine+KBrO;

LDH 13.81+2.14 47.70+3.42%% 14.55+1.58* 17.01+2.04*1
MDH 11.4241.13 4.09+0.35%* 11.77+1.07° 9.48+1.01*T

ME 1.180.12 16.08+1.962* 1.57+0.22* 4.15+0.48*T
FBP 1.01+0.09 0.51+0.043* 1.07+0.06* 0.90+0.02*T
G6P 0.31+0.05 0.16+0.01%* 0.35+0.04* 0.26+0.02*T
G6PD 6.64+1.19 1.01+0.08%* 6.92+1.13* 5.24+1.01*T

Results are mean+SEM of six different preparations. Specific activities of LDH, MDH, ME and G6PD are in nmoles/mg protein/min while FBP and G6P are

in pmoles/mg protein/hr.
* Significantly different from control.

1 Significantly different at p < 0.05 from KBrO;-treated group.
¥ Significantly different at p < 0.05 from KBrO3 and taurine+KBrO3 treated group.
LDH: lactate dehydrogenase; MDH: malate dehydrogenase; ME: malic enzyme; FBP: fructose 1,6-bisphosphatase; G6P: glucose 6-phosphatase; G6PD:

glucose 6-phosphate dehydrogenase.

doi:10.1371/journal.pone.0119137.t007

treatment with taurine reduced the extent of KBrO;-induced DNA damage resulting in de-
crease in comet tail length. Taurine by itself did not cause DNA damage in the mucosal tissue
and the comet tail length was almost the same as in control cells.

DNA fragmentation and DPC

Oral administration of KBrOj; led to significant induction of DPC in intestinal mucosal ho-
mogenates ( ~ 3-fold) when compared to the untreated control group (Table 8). It also induced
DNA fragmentation ( ~ 2-fold) with release of nucleotides in the supernatant as measured by
the diphenylamine assay. Pre-treatment with taurine significantly decreased KBrOs-induced
DNA fragmentation and DPC in intestinal mucosa while taurine alone had no effect (Fig. 2).

A B
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| §
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114 v

Control KBrO; alone Taurine alone Taurine+KBrO;

Tail length (um)

Fig 1. Comet assay of intestinal mucosal cells to assess the degree of DNA breakage. (A) Mucosal
cells were subjected to alkaline single cell gel electrophoresis (comet assay) and visualized under a
fluorescent microscope after staining the DNA with ethidium bromide. I: Control; Il: KBrO3 alone; IIl: taurine
alone; IV: taurine+KBrO3. (B) Comet tail lengths. The results of comet assay in panel (A) are represented as
mean values of tail lengths. *Significantly different at p < 0.05 from control. T Significantly differentatp <
0.05 from KBrOs-treated group. # Significantly different at p < 0.05 from KBrO3 and taurine+KBrO; treated
group.

doi:10.1371/journal.pone.0119137.9001
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Table 8. Effect of taurine pre-treatment on KBrOs-induced DPC in intestinal mucosal homogenates.

Protein cross linked DNA %? DPC coefficient®
Control 2.65+0.11 1
KBrOs alone 7.88+1.05* 2.97
Taurine alone 2.93+0.19% 1.10
Taurine+KBrOs 4.67+0.53*T 1.76

Results are mean+SEM of six different preparations.

2 Protein cross-linked DNA/ total DNA.

b Ratio of protein cross-linked DNA (%) in treated animals to protein cross-linked DNA (%) in
control animals

* Significantly different from control.

1 Significantly different at p < 0.05 from KBrOs-treated group.

¥ Significantly different at p < 0.05 from KBrO3; and taurine+KBrO3 treated group.

DPC: DNA-protein cross-links.

doi:10.1371/journal.pone.0119137.t008

Histology

Histological examination of the duodenum from control animals revealed normal appearance
of villi, brush border bearing enterocytes and intestinal crypts containing different types of
cells with clear lumen. Marked histological changes were seen in the duodenum of KBrOs-
treated rats and extensive intestinal damage was observed. The normal contour of the villi was
lost in the form of swelling, oedema and deformation. There was obvious loss and disorganiza-
tion of surface enterocytes with loss of brush border and infiltration by numerous inflammato-
ry cells. The villus surface is laden with mucus filled goblet cells imparting a vacuolated
appearance most obvious in the middle of the villus (Fig. 3). Pre-treatment with taurine greatly
attenuated the tissue damage induced by KBrO;. As expected, the taurine alone group showed

18

15 A

N

* -
T

N\

12 -

W I

DNA fragmentation (%)
©

Control 'KBrO3 alonel Taurine alone Taurinet+tKBrO;

Fig 2. DNA fragmentation in intestinal mucosal homogenates determined by diphenylamine assay.
Results are mean +SEM of 6 different preparations. * Significantly different at p< 0.05 from control. t
Significantly different at p < 0.05 from KBrOs-treated group. # Significantly different at p < 0.05 from KBrO3
treated group

doi:10.1371/journal.pone.0119137.g002
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Fig 3. Histology of hematoxylin and eosin stained sections of rat intestine (duodenum section).
Duodenum in the untreated control (A) shows normal epithelia of both villi and intestinal glands whereas
KBrOj3 treated group (B) reveals extensive damage of both components with the lumen being filled with
debris. The taurine alone group (C) shows reasonably well preserved condition of both components while
taurine+KBrO; treated group (D) shows resumption in the morphology of both villi and intestinal glands.
Intestinal villi are shown by black arrow and intestinal crypts by green arrow. Magnification is 200 X, scale bar
[-]1=50 ym.

doi:10.1371/journal.pone.0119137.g003

reasonably well preserved condition of both the components and thus this amino acid does not
induce any lesions in the intestine of rats (Fig. 3).

Discussion

The small intestine is exposed on a continuous basis to high levels of ROS and requires a strong
AQ defence system, which may preserve its endocrine, metabolic, digestive and absorptive
functions [42]. This is important since redox disturbances are known to negatively impact
body systems through the generation of ROS, which can modify proteins, lipids, and DNA. Re-
search during the past two decades has identified some of the key events that are involved in
mucosal damage and AO defence mechanism [42-44]. Thus, it is important to identify nutri-
ents and/or AO capable of counteracting the detrimental effect of various toxicants” induced
OS and associated pathologies. Taurine is one such dietary compound which is found in several
foods and has been shown to reduce the risk of various disorders. It exhibits protective effects
against several environmental agents due to its well known AO, antimutagenic and anticarci-
nogenic properties. The aim of this study was to investigate whether taurine could abrogate the
KBrOs-induced oxidative damage to rat intestine.

The BBM lining the epithelial cells of small intestine is one of the most important cellular
membranes, owing to its role in the digestion and absorption of nutrients. This process of di-
gestion and absorption can be altered by drugs, chemicals, nutritional status and toxic pollut-
ants [42]. A decrease in the activities of BBM enzymes was seen upon administration of
KBrOs. This could be due to the direct modification and consequent inactivation of these
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enzymes by KBrO; generated free radicals and ROS. There could also have been leakage or loss
of these enzymes into the lumen of the intestine following ROS induced damage to the epitheli-
al cells, especially the membrane. Increase in LPO, which affects membrane structure and func-
tion, could also have resulted in a decrease in the activities of these enzymes. The
administration of taurine prior to treatment with KBrO; greatly reverted the activities of these
enzymes. Since KBrOj is well known to induce OS in the cell [5,45], the protective effect of tau-
rine on KBrOs-induced enzyme inactivation could have been due to the effectiveness of taurine
in inhibiting the chain reactions of KBrOj; generated free radicals before they reached their cel-
lular targets. The consequent reduction in LPO and oxidative modification of BBM enzymes
might have contributed to the efficacy of taurine in attenuating the effects of KBrOs. The ad-
ministration of taurine alone did not lead to significant alterations in the activities of BBM en-
zymes and they were insignificantly different from the control values. Kinetic studies, using
isolated BBMV, showed that the decrease in activities of these enzymes was due to change in

V max values. The Ky remained the same showing that the affinity of BBM enzymes for their
substrates remains the same upon administration of taurine, KBrOj; or taurine plus KBrO;.
The activity of lysosomal enzyme ACP was significantly increased in the intestinal homoge-
nates by administration of KBrO3, which could result in lysosome mediated cell damage.

A major function of small intestine is to absorb important ions and molecules, which in
turn depends on the structural integrity and available energy supplied by various metabolic
pathways. Thus, it is possible that any alterations in these metabolic pathways caused by toxi-
cants would affect the function of the small intestine. To assess the metabolic aspects, the activ-
ities of various enzymes of carbohydrate metabolism were determined. The activities of
enzymes of glycolysis, tricarboxylic acid cycle, gluconeogenesis and hexose monophosphate
shunt pathway were differentially altered in intestinal tissue by KBrOj; treatment. The adminis-
tration of KBrOj alone caused significant increase in LDH and decrease in MDH in the intesti-
nal mucosal cells. The administration of KBrO; alone caused differential effect on the enzymes
of gluconeogenesis and hexose monophosphate shunt pathway. The activity of G6P and FBP
significantly decreased whereas the activity of G6PD and ME increased profoundly upon
KBrOj; treatment. Administration of taurine prior to KBrOj; treatment resulted in an overall
improvement of carbohydrate metabolism as evident by increased activities of LDH, MDH and
gluconeogenic enzymes. Taurine might have lowered the number of damaged mitochondria or
affected macromolecules or may have increased number of normally active organelles or mac-
romolecules. Taurine due to its anti-inflammatory property might have reduced organ damage
and subsequent cell mortality.

The imbalance between free radical production and scavenging ability is thought to lead to
ROS generation and cellular injury. One of the deleterious effects of ROS is the oxidation of lip-
ids and proteins, which are important components of biomembranes. In agreement with previ-
ous results [5], KBrOj significantly enhanced LPO and protein carbonyls in intestinal mucosal
tissue suggesting the induction of OS. The level of H,O,, an ROS, was significantly increased.
H,0, is a strong oxidant which can also generate the damaging hydroxyl radical upon reaction
with transition metal ions in the cell. The level of GSH, the most abundant low molecular
weight thiol which acts as a physiological AO in the cell, and total thiols were decreased. How-
ever, prior administration of taurine greatly lowered the KBrO;-induced OS as evident by sig-
nificantly recovered values of LPO and carbonyls along with total thiol levels. H,O, and GSH
levels were also greatly restored to normal values compared to those in the KBrOj; alone group.
Taurine either stabilises the lipid membranes or protects them from the damaging peroxides.
Besides taurine is also known to stimulate the synthesis of GSH and G6PD, and hence can ef-
fectively reduce the KBrO3-induced OS in intestinal tissue. Similar protective effects of taurine
on intestinal damage have been reported earlier by other workers with other agents [46,47].
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Small intestine is one of the major targets of ROS that are generated by orally ingested xeno-
biotics like KBrO; and responds to such toxic insult by altering the activities of various AO de-
fence enzymes [2,5,45]. KBrOj; treatment resulted in significant alterations in the activities of
AO enzymes like CAT, SOD, GPx, GR, GST and TR. However pre-treatment with taurine pro-
duced a significant protection against KBrOs-induced changes in AO enzymes by restoring
them to control values. Taurine might have either stimulated the activity of these AO enzymes
or itself neutralised the excess ROS generated by KBrOs. These observations support the hy-
pothesis that the mechanism of toxicity is related to free radical generation and the chemopre-
vention offered by taurine is due to free radical scavenging property as reported previously by
[18].

Oral administration of KBrO; induced DNA degradation in intestinal tissue of treated ani-
mals. This was seen in the comet assay which showed increased level of DNA single strand
breaks and alkali labile sites in the mucosal cells of the intestine. DN A-protein cross-links
which impede the activities of proteins involved in DNA replication, transcription and repair,
were also significantly enhanced in KBrOj treated rats [6]. The pre-treatment of animals with
taurine reduced the level of KBrO;-induced DNA damage and DPC formation probably by its
anti-mutagenic action as has been reported earlier in other systems [48-50].

Histological observations of the duodenum strongly support the biochemical results. The
intestine from KBrOj; treated animals showed extensive intestinal damage. The lumen was full
of debris, inflammatory cells and intestinal villi had lost their contour and prominence of
mucus secreting cells was observed, both in the remnant of villi as well as in the intestinal
crypts. These changes were greatly reduced by prior administration of taurine, probably by
neutralising the excessive formation of ROS and thereby reducing the morphological and
cellular damage.

The protection offered by taurine against KBrO;-induced gastrointestinal toxicity as seen
here is probably due to the diminution in KBrOs-induced OS due to its AO property. Unlike
polyphenolic antioxidants, taurine itself does not directly quench classical ROS and free radi-
cals like H,O,, superoxide anion and hydroxyl radical but its metabolic precursor, hypotaurine,
has been shown as an efficient radical scavenger. Taurine is widely believed to act as an AO for
which several reasons have been proposed [51-56]. First, taurine regulates the levels of various
endogenous AQO. It enhances the synthesis of GSH and also stimulates the activity of G6PD, an
enzyme that generates NADPH which is required by glutathione reductase to convert oxidised
glutathione into GSH. Second, taurine protects cells from injury and subsequent necrosis by
preventing Ca®* overload via Na**/Ca** exchanger. Third, taurine conjugates with MDA, the
end product of LPO, thereby stabilising the lipid bilayer and making the membranes lipids less
vulnerable to ROS induced toxic insult. Fourth, due to its strongly negatively charged sulfonic
group, taurine can conjugate redox active metals like Fe** and Cu®*, reducing their reaction
with H,0,, a process which generates the damaging hydroxyl radical. Fifth, taurine has been
shown to prevent the diversion of electrons from respiratory chain to other acceptors such as
oxygen, thereby inhibiting the accumulation of ROS like superoxide anion. Finally, taurine can
act as an organic osmolite by increasing tissue osmolarity and conferring more flexibility to the
cell membrane. Either one or more of these mechanisms may be involved in protecting the in-
testine from toxicity induced by KBrOs.

In summary, our results show that OS induced by KBrOj; contributes to the development of
intestinal toxicity. The consequences are dramatic alterations in various cellular/physiological
processes. Pre-treatment with taurine greatly reverses KBrO;-induced tissue damage suggest-
ing that it may be beneficial to intestinal function during free radical attack. A general scheme,
based on our experimental data, summarizes the KBrO;-induced changes in the small intestine
and their attenuation by taurine (Fig. 4). However, further studies are warranted to elucidate
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Fig 4. Chemoprotective effects of taurine on KBrO; induced alterations in intestinal cell metabolism,
membrane integrity and oxidative stress: a summary. AO: antioxidant; BBM: brush border membrane;
DPC: DNA-protein cross-links; KBr: potassium bromide; KBrO3: potassium bromate; ROS: reactive oxygen
species; SH: sulfthydryl; T: taurine.

doi:10.1371/journal.pone.0119137.9004

the exact mechanism of protective effect of taurine on KBrO3-induced gastrointestinal
tract dysfunction.

Acknowledgments
We are thankful to Dr. Haseeb Zubair and Mr. Mohd Fareed for their help in the study.

Author Contributions

Conceived and designed the experiments: RM MKA. Performed the experiments: MKA SNA.
Analyzed the data: RM MKA. Contributed reagents/materials/analysis tools: RM MKA AAK.
Wrote the paper: MKA RM AAK. Did the experiments required for submitting re-revised
manuscript: SNA.

References

1. Bull RJ. Water. In: Marquard H, Schafer SG, McClennon RO, Welsh F, editors. Toxicology. Academic
Press, San Diego; 1999. pp. 1041-1050.

2. Environmental Protection Agency (EPA). Toxicological review of bromate. CAS No. 15541-45-4. Wash-
ington, DC, USA. 2001.

3. Limonciel A, Wilmes A, Aschauer L, Radford R, Bloch KM, McMorrow T, et al. Oxidative stress induced
by potassium bromate exposure results in altered tight junction protein expression in renal proximal tu-
bule cells. Arch Toxicol. 2012; 86: 1741-1751. doi: 10.1007/s00204-012-0897-0 PMID: 22760423

4. Kolisetty N, Delker DA, Muralidhara S, Bull RJ, Cotruvo JA, Fisher JW, et al. Changes in mRNA and
protein expression in the renal cortex of male and female F344 rats treated with bromate. Arch Toxicol.
2013; 87:1911-1925. doi: 10.1007/s00204-013-1052-2 PMID: 23588252

5. Ahmad MK, Khan AA, Mahmood R. Alterations in brush border membrane enzymes, carbohydrate me-
tabolism and oxidative damage to rat intestine by potassium bromate. Biochimie 2012; 94: 2776-2782.
doi: 10.1016/j.biochi.2012.09.001 PMID: 22974983

6. Ahmad MK, Zubair H, Mahmood R. DNA damage and DNA-protein cross-linking induced in rat intestine
by the water disinfection by-product potassium bromate. Chemosphere 2013; 91: 1221-1224. doi: 10.
1016/j.chemosphere.2013.01.008 PMID: 23391373

PLOS ONE | DOI:10.1371/journal.pone.0119137 March 6, 2015 14/16


http://dx.doi.org/10.1007/s00204-012-0897-0
http://www.ncbi.nlm.nih.gov/pubmed/22760423
http://dx.doi.org/10.1007/s00204-013-1052-2
http://www.ncbi.nlm.nih.gov/pubmed/23588252
http://dx.doi.org/10.1016/j.biochi.2012.09.001
http://www.ncbi.nlm.nih.gov/pubmed/22974983
http://dx.doi.org/10.1016/j.chemosphere.2013.01.008
http://dx.doi.org/10.1016/j.chemosphere.2013.01.008
http://www.ncbi.nlm.nih.gov/pubmed/23391373

@’PLOS | ONE

Taurine Attenuates Bromate Induced Intestinal Damage

10.

11.

12
13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24.

25.

26.

27.
28.

29.

30.

31.

Karbownik M, Stasiak M, Zygmunt A, Zasada K, Lewinski A. Protective effects of melatonin and indole-
3-propionic acid against lipid peroxidation, caused by potassium bromate in the rat kidney. Cell Bio-
chem Funct. 2006; 24: 483-489. PMID: 16397908

Nishioka H, Fujii H, Sun B, Aruoma OIl. Comparative efficacy of oligonol, catechin and (-)-epigallocate-
chin 3-O-gallate in modulating the potassium bromate-induced renal toxicity in rats. Toxicology 2006;
226:181-187. PMID: 16916569

Yilmaz O, Keser S, Tuzcu M, Cetintas B. Resveratrol (trans-3,4',5-trihydroxystilbene) decreases lipid
peroxidation level and protects antioxidant capacity in sera and erythrocytes of old female Wistar rats
induced by the kidney carcinogen potassium bromate. Environ Toxicol Pharmacol. 2007; 24: 79-85.
doi: 10.1016/j.etap.2007.05.007 PMID: 21783793

Stasiak M, Zasada K, Lewinski A, Karbownik-Lewinska M. Melatonin restores the basal level of lipid
peroxidation in rat tissues exposed to potassium bromate in vitro. Neuro Endocrinol Lett. 2010; 31:
363-369. PMID: 20588237

Khan RA, Khan MR, Sahreen S. Protective effects of Sonchusasper (L.) against KBrO -induced oxida-
tive stress in rat testis. Pak J Pharm Sci. 2013; 26: 567-570. PMID: 23625431

Huxtable RJ. Physiological actions of taurine. Physiol Rev. 1992; 72: 101-163. PMID: 1731369

Kumari N, Prentice H, Wu JY. Taurine and its neuroprotective role. Adv Exp Med Biol. 2013; 775: 19—
27.doi: 10.1007/978-1-4614-6130-2_2 PMID: 23392921

Birdsall TC. Therapeutic applications of taurine. Altern Med Rev. 1998; 3: 128-136. PMID: 9577248

Sener G, Sehirli O, Ipci Y, Cetinel S, Cikler E, Gedik N, et al. Protective effects of taurine against nico-
tine-induced oxidative damage of rat urinary bladder and kidney. Pharmacology 2005; 74: 37—44.
PMID: 15640613

Hagar HH, El Etter E, Arafa M. Taurine attenuates hypertension and renal dysfunction induced by cy-
closporine A in rats. Clin Exp Pharmacol Physiol. 2006; 33: 189—196. PMID: 16487261

Das J, Ghosh J, Manna P, Sinha M, Sil PC. Arsenic-induced oxidative cerebral disorders: protection by
taurine. Drug Chem Toxicol. 2009; 32: 93—102. doi: 10.1080/01480540802564171 PMID: 19514944

Manna P, Sinha M, Sil PC. Taurine plays a beneficial role against cadmium-induced oxidative renal
dysfunction. Amino Acids 2009; 36: 417—428. doi: 10.1007/s00726-008-0094-x PMID: 18414974

Das J, Ghosh J, Manna P, Sil PC. Taurine suppresses doxorubicin-triggered oxidative stress and cardi-
ac apoptosis in rat via up-regulation of PI3-Akt and inhibition of p53, p38-JNK. Biochem Pharmacol.
2011; 81:891-909. doi: 10.1016/j.bcp.2011.01.008 PMID: 21295553

Akay C, Yaman H, Oztosun M, Cakir E, Yildirim AO, Eyi YE, et al. The protective effects of taurine on
experimental acute pancreatitis in a rat model. Hum Exp Toxicol. 2013; 32: 522—-529. doi: 10.1177/
0960327113482692 PMID: 23536517

Chou CT, Lin WF, Kong ZL, Chen SY, Hwang DF. Taurine prevented cell cycle arrest and restored neu-
rotrophic gene expression in arsenite-treated SH-SY5Y cells. Amino Acids 2013; 45: 811-819. doi: 10.
1007/s00726-013-1524-y PMID: 23744399

Farooq N, Yusufi ANK, Mahmood R. Effect of fasting on enzymes of carbohydrate metabolism and
brush border membrane in rat intestine. Nutr Res 2004; 24: 407—416.

Lowry OH, Rosebrough NJ, Farr AL, Randall RJ. Protein measurement with Folin phenol reagent. J
Biol Chem. 1951; 193: 265-275. PMID: 14907713

Verjee ZHM. Isolation of three acid phosphatases from wheat germ. Eur J Biochem. 1969; 9: 439-444.
PMID: 5795519

Konkel MS, Yusufi ANK, VanScoy M, Webster SK, Dousa TP. Phosphonocarboxylic acids as specific
transport inhibitors of Na*-dependent transport of phosphate across renal brush border membrane. J
Biol Chem. 1986; 261: 6375-6383. PMID: 3009455

Marklund S, Marklund G. Involvement of the superoxide anion radical in the auto oxidation of pyrogallol
and a convenient assay for superoxide dismutase. Eur J Biochem. 1974; 47: 469-474. PMID: 4215654

Aebi H. Catalase in vitro. Methods Enzymol. 1984; 105: 121-126. PMID: 6727660

Carlberg |, Mannervik B. Glutathione reductase. Methods Enzymol. 1985; 113: 484—490. PMID:
3003504

Habig WH, Pabst MJ, Jakoby WB. Glutathione-S-transferases. The first enzymatic step in mercapturic
acid formation. J Biol Chem. 1974; 249: 7130-7139. PMID: 4436300

Tamura T, Stadtman TC. A new selenoprotein from human lung adenocarcinoma cells: purification,
properties and thioredoxin reductase activity. Proc Natl Acad Sci USA 1996; 93: 1006—-1011. PMID:
8577704

Flohe L, Gunzler WA. Assays of glutathione peroxidase. Methods Enzymol. 1984; 105: 114—121.
PMID: 6727659

PLOS ONE | DOI:10.1371/journal.pone.0119137 March 6, 2015 15/16


http://www.ncbi.nlm.nih.gov/pubmed/16397908
http://www.ncbi.nlm.nih.gov/pubmed/16916569
http://dx.doi.org/10.1016/j.etap.2007.05.007
http://www.ncbi.nlm.nih.gov/pubmed/21783793
http://www.ncbi.nlm.nih.gov/pubmed/20588237
http://www.ncbi.nlm.nih.gov/pubmed/23625431
http://www.ncbi.nlm.nih.gov/pubmed/1731369
http://dx.doi.org/10.1007/978-1-4614-6130-2_2
http://www.ncbi.nlm.nih.gov/pubmed/23392921
http://www.ncbi.nlm.nih.gov/pubmed/9577248
http://www.ncbi.nlm.nih.gov/pubmed/15640613
http://www.ncbi.nlm.nih.gov/pubmed/16487261
http://dx.doi.org/10.1080/01480540802564171
http://www.ncbi.nlm.nih.gov/pubmed/19514944
http://dx.doi.org/10.1007/s00726-008-0094-x
http://www.ncbi.nlm.nih.gov/pubmed/18414974
http://dx.doi.org/10.1016/j.bcp.2011.01.008
http://www.ncbi.nlm.nih.gov/pubmed/21295553
http://dx.doi.org/10.1177/0960327113482692
http://dx.doi.org/10.1177/0960327113482692
http://www.ncbi.nlm.nih.gov/pubmed/23536517
http://dx.doi.org/10.1007/s00726-013-1524-y
http://dx.doi.org/10.1007/s00726-013-1524-y
http://www.ncbi.nlm.nih.gov/pubmed/23744399
http://www.ncbi.nlm.nih.gov/pubmed/14907713
http://www.ncbi.nlm.nih.gov/pubmed/5795519
http://www.ncbi.nlm.nih.gov/pubmed/3009455
http://www.ncbi.nlm.nih.gov/pubmed/4215654
http://www.ncbi.nlm.nih.gov/pubmed/6727660
http://www.ncbi.nlm.nih.gov/pubmed/3003504
http://www.ncbi.nlm.nih.gov/pubmed/4436300
http://www.ncbi.nlm.nih.gov/pubmed/8577704
http://www.ncbi.nlm.nih.gov/pubmed/6727659

@’PLOS | ONE

Taurine Attenuates Bromate Induced Intestinal Damage

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

Khundmiri SJ, Asghar M, Khan F, Salim S, Yusufi ANK. Effect of ischemia and reperfusion on enzymes
of carbohydrate metabolism in rat kidney. J Nephrol. 2004; 17: 1-7.

Shonk CC, Boxer GE. Enzyme patterns in human tissues. |. Methods for the determination of glycolytic
enzymes. Cancer Res. 1964; 24: 709-721. PMID: 14188477

Buege JA, Aust SD. Microsomal lipid peroxidation. Methods Enzymol. 1978; 52: 302—-308. PMID:
672633

Levine RL, Garland D, Oliver CN, Amici A, Climent |, Lenz AG, et al. Determination of carbonyl content
in oxidatively modified proteins. Methods Enzymol. 1990; 186: 464—478. PMID: 1978225

Sedlak J, Lindsay RH. Estimation of total, protein-bound and nonprotein sulphydryl groups in tissue
with Ellman’s reagent. Anal Biochem. 1968; 25: 192—-205. PMID: 4973948

Gay C, Gebicki JM. A critical evaluation of the effect of sorbitol on the ferric xylenol orange hydroperox-
ide assay. Anal Biochem. 2000; 248: 217-220.

Culling CFA (1974) Handbook of Histopathological & Histochemical Techniques, third ed. Butter-
worth-Heinemann.

Singh NP, McCoy MT, Tice RR, Schneider EL. A simple technique for quantitation of low levels of DNA
damage in individual cells. Exp Cell Res. 1998; 175: 184—191.

Burton K. A study of the conditions and mechanism of the diphenylamine reaction for the colorimetric
estimation of deoxyribonucleic acid. Biochem J. 1956; 62: 315-322. PMID: 13293190

Zhitkovich A, Costa M. A simple, sensitive assay to detect DNA-protein crosslinks in intact cells and in
vivo. Carcinogenesis 1992; 13: 1485-1489. PMID: 1499101

Circu ML, Aw TK. Redox biology of the intestine. Free Radic Res. 2011; 45: 1245-1266. doi: 10.3109/
10715762.2011.611509 PMID: 21831010

van der Vliet A, Bast A. Role of reactive oxygen species in intestinal diseases. Free Radic Biol Med.
1992; 12:499-513. PMID: 1601325

Kwiecien S, Brzozowski T, Konturek SJ. Effects of reactive oxygen species action on gastric mucosa in
various models of mucosal injury. J Physiol Pharmacol. 2002; 53: 39-50. PMID: 11939718

Ahmad MK, Amani S, Mahmood R. Potassium bromate causes cell lysis and induces oxidative stress
in human erythrocytes. Environ Toxicol. 2014; 29: 138—145. doi: 10.1002/tox.20780 PMID: 22012894

Motawi TK, AbdElgawad HM, Shahin NN. Modulation of indomethacin- induced gastric injury by sper-
mine and taurine in rats. J Biochem Mol Toxicol. 2007; 21: 280-288. PMID: 17912696

Shimizu M, Zhao Z, Ishimoto Y, Satsu H. Dietary taurine attenuates dextran sulfate sodium (DSS)-in-
duced experimental colitis in mice. Adv Exp Med Biol. 2009; 643: 265-271. doi: 10.1007/978-0-387-
75681-3_27 PMID: 19239157

Messina SA, Dawson R Jr. Attenuation of oxidative damage to DNA by taurine and taurine analogs.
Adv Exp Med Biol. 2000; 483: 355-3267. PMID: 11787620

Waters E, Wang JH, Redmond HP, Wu QD, Kay E, Bouchier-Hayes D. Role of taurine in preventing
acetaminophen-induced hepatic injury in the rat. Am J Physiol Gastrointest Liver Physiol. 2001; 280:
G1274-1279. PMID: 11352821

Alam SS, Hafiz NA, Abd EI-Rahim AH. Protective role of taurine against genotoxic damage in mice
treated with methotrexate and tamoxfine. Environ Toxicol Pharmacol. 2011; 31: 143—152. doi: 10.
1016/j.etap.2010.10.001 PMID: 21787679

Ogasawara M, Nakamura T, Koyama I, Nemoto M, Yoshida T. Reactivity of taurine with aldehydes and
its physiological role. Adv Exp Med Biol. 1994; 359: 71-78. PMID: 7887290

Aruoma Ol, Halliwell B, Hoey BM, Butler J. The antioxidant action of taurine, hypotaurine and their met-
abolic precursors. Biochem J. 1988; 256: 251-255. PMID: 2851980

Roysommuti S, Azuma J, Takahashi K, Schaffer S. Taurine cytoprotection: from cell to system. Thai J
Physiol Sci. 2003; 6: 17-27.

Schaffer S, Azuma J, Takahashi K, Mozaffari M. Why is taurine cytoprotective? Adv Exp Med Biol.
2003; 526: 307-321. PMID: 12908615

Schuller-Levis GB, Park E. Taurine: new implications for an old amino acid. FEMS Microbiol Lett. 2003;
226:195-202. PMID: 14553911

Atmaca G. Antioxidant effects of sulfur-containing amino acids. Yonsie Med J. 2004; 45: 776-788.
PMID: 15515186

PLOS ONE | DOI:10.1371/journal.pone.0119137 March 6, 2015 16/16


http://www.ncbi.nlm.nih.gov/pubmed/14188477
http://www.ncbi.nlm.nih.gov/pubmed/672633
http://www.ncbi.nlm.nih.gov/pubmed/1978225
http://www.ncbi.nlm.nih.gov/pubmed/4973948
http://www.ncbi.nlm.nih.gov/pubmed/13293190
http://www.ncbi.nlm.nih.gov/pubmed/1499101
http://dx.doi.org/10.3109/10715762.2011.611509
http://dx.doi.org/10.3109/10715762.2011.611509
http://www.ncbi.nlm.nih.gov/pubmed/21831010
http://www.ncbi.nlm.nih.gov/pubmed/1601325
http://www.ncbi.nlm.nih.gov/pubmed/11939718
http://dx.doi.org/10.1002/tox.20780
http://www.ncbi.nlm.nih.gov/pubmed/22012894
http://www.ncbi.nlm.nih.gov/pubmed/17912696
http://dx.doi.org/10.1007/978-0-387-75681-3_27
http://dx.doi.org/10.1007/978-0-387-75681-3_27
http://www.ncbi.nlm.nih.gov/pubmed/19239157
http://www.ncbi.nlm.nih.gov/pubmed/11787620
http://www.ncbi.nlm.nih.gov/pubmed/11352821
http://dx.doi.org/10.1016/j.etap.2010.10.001
http://dx.doi.org/10.1016/j.etap.2010.10.001
http://www.ncbi.nlm.nih.gov/pubmed/21787679
http://www.ncbi.nlm.nih.gov/pubmed/7887290
http://www.ncbi.nlm.nih.gov/pubmed/2851980
http://www.ncbi.nlm.nih.gov/pubmed/12908615
http://www.ncbi.nlm.nih.gov/pubmed/14553911
http://www.ncbi.nlm.nih.gov/pubmed/15515186


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


