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Abstract

Non-steroidal anti-inflammatory drugs (NSAIDs), including acetaminophen (APAP), have
been reported to induce cytotoxicity in cancer and non-cancerous cells. Overdose of acet-
aminophen (APAP) causes liver injury in humans and animals. Hepatic glutathione (GSH)
depletion followed by oxidative stress and mitochondrial dysfunction are believed to be the
main causes of APAP toxicity. The precise molecular mechanism of APAP toxicity in differ-
ent cellular systems is, however, not clearly understood. Our previous studies on mouse
macrophage J774.2 cells treated with APAP strongly suggest induction of apoptosis associ-
ated with mitochondrial dysfunction and oxidative stress. In the present study, using human
hepatoma HepG2 cells, we have further demonstrated that macrophages are a more sensi-
tive target for APAP—induced toxicity than HepG2 cells. Using similar dose- and time-point
studies, a marked increase in apoptosis and DNA fragmentation were seen in macrophages
compared to HepG2 cells. Differential effects of APAP on mitochondrial respiratory func-
tions and oxidative stress were observed in the two cell lines which are presumably depen-
dent on the varying degree of drug metabolism by the different cytochrome P450s and
detoxification by glutathione S-transferase enzyme systems. Our results demonstrate a
marked increase in the activity and expression of glutathione transferase (GST) and multi-
drug resistance (MDR1) proteins in APAP-treated HepG2 cells compared to macrophages.
This may explain the apparent resistance of HepG2 cells to APAP toxicity. However, treat-
ment of these cells with diallyl sulfide (DAS, 200 uM), a known chemopreventive agent from
garlic extract, 24 h prior to APAP (10 umol/ml for 18h) exhibited comparable cytoprotective
effects in the two cell lines. These results may help in better understanding the mechanism
of cytotoxicity caused by APAP and cytoprotection by chemopreventive agents in cancer
and non-cancerous cellular systems.

PLOS ONE | DOI:10.1371/journal.pone.0145965 December 29, 2015

1/15


http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0145965&domain=pdf
http://creativecommons.org/licenses/by/4.0/

@’PLOS ‘ ONE

Acetaminophen Cytotoxicity and Cytoprotection

Introduction

Acetaminophen-induced toxicity, like many other drugs, may have a great deal of variations

at the molecular, cellular, tissue, organ and organism levels [1-2]. Metabolic alterations and
increased oxidative stress is considered to be the key aspects of hepatotoxicity and apoptotic

as well as necrotic cell death by acetaminophen (APAP) [3-5]. The initial events in APAP-
induced toxic injury lead to the activation of a secondary innate immune response by up regu-
lation of proinflammatory cytokines and inflammasome [6-7]. Thus, alterations in the micro-
environment by macrophages and their chemical communication and coordination with
tissues play a major role in the progression and prevention of drug-induced toxicities and tissue
repair. The precise molecular mechanism of APAP cytotoxicity however, is still controversial
[8-9]. Reports suggest glutathione (GSH) depletion, oxidative stress and mitochondrial dys-
function in APAP-induced toxicity [3,10-11].The general consensus in APAP-induced
toxicity is that the drug is mainly metabolized by various cytochrome P450s such as CYP2EI,
CYP3A4, CYP1A2 and CYPIAL to its active metabolite, mainly N-acetyl-p-benzoquinone
imine (NAPQI) [12-13] which conjugates with GSH causing depletion of cellular GSH pools
and increase in oxidative stress. Studies have suggested that APAP toxicity exhibited a biphasic
response in which the metabolism of APAP is responsible for initial toxicity followed by mito-
chondrial dysfunctions [9,14-19]. The selective inhibition of proinflammatory signaling and
induction of autophagy which removes damaged mitochondria, attenuates APAP-induced
liver toxicity 7, 18, 20-21].

Both cytotoxic and cytoprotective effects of macrophages have been reported in APAP-
induced toxicity [19, 22-23]. Our previous study on J774.2 macrophages demonstrated that
APAP induces cytotoxicity and apoptosis by increasing ROS production, depletion of GSH
pool, increase in oxidative stress and mitochondrial dysfunction [24-25]. Using macrophages
and HepG2 cells as in vitro models, we have recently reported that aspirin treatment also
induces oxidative stress and mitochondrial dysfunction, albeit at different levels [26-29].

Induction of cellular resistance has also been reported after APAP treatment. Several studies
suggest that APAP treatment may also develop resistance towards drug toxicity by altering
multidrug resistance protein, JNK-dependent signaling, autophagy in cells under in vitro con-
ditions and in vivo in mice [20, 30-31]. There are multiple metabolic factors which determine
the APAP-induced initial or long term cytotoxicity, which may or may not be dependent upon
GSH depletion, metabolic activation and detoxification of the drug by the enzymes. However,
APAP toxicity in vivo and in vitro has been correlated with CYP450s enzymes, particularly
with CYP2E1 and CYP3A4 which metabolizes APAP to its toxic metabolites [13, 32] and
could be blocked by CYP2E1 modulators such diallyl sulfide (DAS), a major garlic constituent,
and antioxidants such as N-acetylcysteine [17,33-34].The objective of the present study was to
elucidate the molecular mechanisms of differential toxicity of APAP in HepG2 cells and mac-
rophages and the protection of cytotoxicity by DAS. The main focus of our study is to highlight
the role of drug metabolizing enzymes, glutathione metabolism, oxidative stress and mitochon-
drial function in APAP induced cytotoxicity and cytoprotection by DAS.

Materials and Methods
Reagents

N-Acetyl-p-aminophenol (acetaminophen, APAP), diallyl sulfide (DAS), 5,5 -dithio bis-2-nitro-
benzoic acid (DTNB), NADPH, glutathione reductase, 1-chloro 2,4-dinitrobenzene (CDNB),
oxidized glutathione (GSSG) and reduced glutathione (GSH), N-ethyl malleimide (NEM),
ethacrynic acid, 4-hydroxynonenal (4-HNE), cumene hydroperoxide, dimethylnitrosamine
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(DMNA), erythromycin, Coenzyme Q2, succinate, cytochrome c, ethoxyresorufin and methox-
yresorufin and ATP bioluminescent assay kit were purchased from Sigma-Aldrich Fine Chemi-
cals (St Louis, MO, USA). Apoptosis detection kit for flow cytometry was from BD Pharmingen
(BD Biosciences, San Jose, USA) and comet assay kits were procured from Cell Biolabs, Inc.
(San Diego, CA, USA). Kits for mitochondrial membrane potential were purchased from R&D
Systems, (MN, USA). 2, 7’-dichlorofluorescein diacetate (DCFDA) was purchased from Molec-
ular Probe (Eugene,OR,USA). Aconitase assay kit was procured from Oxis International Inc.
(Portland, OR, USA). HepG2 cells were purchased from American Type Culture Collection
(Manassas, VA, USA) and murine macrophage ]J774.2 cells were purchased from European Col-
lection of cell cultures (Health Protection Agency Culture Collections, Salisbury, UK). Antibod-
ies against microsomal GST and GST A4-4 were generous gifts from Prof. Ralf Morgenstern,
Karolina Institute, Stockholm, Sweden and Prof. Bengt Mannervic, Uppsala University, Uppsala,
Sweden, respectively. Polyclonal antibodies against CYP1A1, CYP1A2, CYP2E1 and CYP3A4
were purchased from Amersham Int. Plc. (Amersham, UK) and GSTpi specific isoenzyme from
Biotrin (Dublin, Ireland). MDR1and B-actin antibodies were procured from Santa Cruz Biotech-
nology, Inc, (CA, USA). Reagents for cell culture and for SDS-PAGE and Western blot analyses
were purchased from Gibco BRL (Grand Island, NY, USA) and from Bio Rad Laboratories
(Richmond, CA, USA) respectively.

Cell Culture, Treatment and Fractionation

Macrophage J774.2 cells and HepG2 cells were grown in poly-L-lysine coated 75 cm” flasks
(~2.0-2.5x10° cells/ml) in DMEM medium supplemented with 10% heat inactivated fetal
bovine serum in the presence of 5% CO,-95% air at 37°C. Cells were treated with APAP

(10 pmol/ml) for 18 hours after treatment with or without 200 uM DAS for 24 h. After the
desired time of treatment, cells were harvested, washed with PBS (pH 7.4) and homogenized in
H-medium buffer (70 mM sucrose, 220 mM mannitol, 2.5 mM HEPES, 2 mM EDTA, and 0.1
mM phenylmethylsulfonylfluoride, pH7.4) at 4°C. Mitochondria and postmitochondrial
(PMS) fractions were prepared by centrifugation and the purity of the isolated fractions for
cross contamination was checked as described before [24-28]. Control cells were treated with
vehicle alone. The choice of time and doses were based on our previous publications and litera-
tures using acetaminophen in these cell lines as well as MTT viability test [24-28].

DNA Fragmentation, Apoptosis, ROS Assays

DNA fragmentation. DNA fragmentation was assayed by UV transillumination after
staining the electrophoretically (by 1.5% agarose gel) separated fragments with 0.5 pug/ml ethid-
ium bromide as described before [24-28].

Comet assay. Cellular DNA damage was assessed using the single cell gel electrophoresis
or comet assay according to the vendor’s protocol. Briefly, following treatment, cells were
washed in cold PBS, centrifuged and resuspended at 1x10° cells/ml in cold PBS. An aliquot of
the resuspended cells was combined with low melting point agarose at 1:10 ratio, mixed and
this cell suspension transferred to 3-well glass slides, ensuring complete well coverage and kept
in the dark for 15 min at 4°C. Slides were then incubated for 1h at 4°C in lysis buffer. Following
lysis, the slides were placed in 1.2% NaOH solution for 30 min at 4°C. The slides were then
transferred to a horizontal electrophoresis chamber containing electrophoresis buffer (300mM
NaOH, 1mM EDTA, pH>13) and run for 15-30 min at 1volt/cm. The slides were then washed
with distilled water, followed by 70% ethanol and then stained using the Vista Green DNA dye
at room temperature for 15 min. The slides were then analyzed using an Olympus fluorescence
microscope. Typical representation from 3 such experiments has been shown.
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Apoptosis. The apoptosis assay by flow cytometry using Annexin V conjugated FITC and
propidium iodide was performed according to the vendor’s protocol as described in the previ-
ous study [24-26]. The apoptotic cells were estimated by the percentage of cells that stained
positive for Annexin V-FITC.

ROS assay. The intracellular production of ROS was measured by using lucigenin-cou-
pled chemiluminiscence assay which preferentially measures superoxides as described before
[24-28].

Measurement of GSH Metabolism

Total cellular GSH concentration was measured by enzymatic recycling of oxidized glutathione
by Griffith’s method using NADPH and GSH-reductase as described before [24-28].Total GST
activity was measured in APAP treated cells by using CDNB as substrate [24-28]. Substrate
specific GST pi and GST A4-4 activities were measured using ethacrynic acid and 4-hydroxy-
nonenal (4-HNE) as substrates. Microsomal GST activity was measured in the presence of
NEM using CDNB as substrate. GSH-peroxidase activity was measured using cumene hdro-
peroxide as substrate as described before [27-28].

Measurement of CYP450 Activities

Post-mitochondrial supernatant was used to measure the activities of the enzymes,CYP1A1,
CYP1A2, CYP2E1 and CYP3A4, using ethoxyresorufin, methoxyresorufin, DMNA and eryth-
romycin, respectively, as substrates as described before [25,28, 35].

Measurement of ATP Level

The ATP content in the cell lysate was determined using an ATP Bioluminescent cell assay kit
according to the manufacturer’s suggestion and samples were read using the TD-20/20 Lumin-
ometer (Turner Designs, Sunnyvale, CA). A standard curve for different concentrations of
ATP (5-500 nM) was used to calculate the concentration of ATP in the control and treated
cells.

Measurement of Mitochondrial Membrane Potential (Awm)

The mitochondrial membrane potential (Aym) was measured by flow cytometry using a fluo-
rescent cationic dye according to the vendor’s protocol (DePsipher™, R &D System Inc.).
DePsipher has the property of aggregating upon membrane polarization forming an orange-
red fluorescent (absorption/emission 585/590nm) compound. If the membrane potential is
reduced, the dye cannot access the transmembrane space and remains in its green fluorescent
(510/527nm) monomeric form.

Measurement of Enzymes of Krebs Cycle and Mitochondrial Respiratory
Complexes

The freshly isolated mitochondria (5ug protein) from control and treated macrophage and
HepG2 cells were suspended in 1.0 ml of 20 mM potassium phosphate buffer, pH 7.4, in the
presence of the detergent, lauryl maltoside (0.2%). Mitochondrial matrix enzyme aconitase
activity was measured by NADPH coupled conversion of citrate to isocitrate in the presence of
isocitrate dehydrogenase using Bioxytech Aconitase-340 assay kit as described before [26].
NADH-ubiquinone oxidoreductase (Complex I), and cytochrome c oxidase (complex IV) were
measured using the substrates ubiquinone and reduced cytochrome c, respectively, as described
before [24-28].
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SDS-PAGE and Western Blot Analysis

Protein (50 pg/well), from the sub-cellular fractions prepared as described above, was separated
on 12% SDS-PAGE according to the method of Laemmli (1970) [36]. Electrophoresed proteins
were transferred to nitrocellulose membrane and subjected to Western blotting [37]. Trans-
ferred proteins were then probed with rabbit antibodies against CYP2E1, CYP3A4, CYP1Al
and CYP1A2 (1:1000 dilution), GST A4-4, pi, microsomal GST1-1 (1:1000 dilution), and sub-
sequently detected with peroxidase conjugated species specific secondary antibodies (1:5000
dilution). The signals were visualized and further densitometric analysis performed using the
Typhoon FLA 9500 system (GE Healthcare, Uppsala, Sweden) and expressed as relative inten-
sity (R.I) compared to the untreated control. B-Actin was used as a loading control. [24-28].

Statistical Analysis

Statistical comparison of control and drug treated groups was analyzed using SPSS software
(version 21) by ANOVA followed by Dunnett’s post-hoc analysis. The values are expressed as
mean + SEM and p values<0.05 were considered significant.

Results
Effect of APAP on DNA Fragmentation, Apoptosis, and ROS Production

Fig 1 shows that the macrophages are much more sensitive to APAP treatment than HepG2
cells as indicated by the fragmentation and laddering of DNA in these cells. Comet single cell
gel electrophoresis assay showed enhanced DNA fragmentation in macrophages after treat-
ment with APAP (10 umol/ml) for 18 h). No significant DNA fragmentation or laddering was
however observed in HepG2 cells under these conditions.

Similarly, more cell death was observed in macrophages than in HepG2 cells after APAP
treatment (Fig 2 right upper panel, 56.8% vs 21%) when compared with control untreated cells.
Interestingly, HepG2 cells exhibited a higher level of early apoptosis than that seen in macro-
phages (Fig 2 right lower panel, 48% vs 19.8%). These results suggest more late apoptosis
(necrotic) cell death in macrophages by APAP than in HepG2 cells. These results confirm our
earlier electron microscopic studies on macrophages treated with different doses of APAP at
different time points [25]. Our results also show that DAS treatment resulted in a significant
reduction of apoptosis in both the cell systems. However, the protective effect of DAS treat-
ment on necrotic cell death induced by APAP was more apparent in HepG2 cells than in mac-
rophages. These results suggest that macrophages are more sensitive to APAP induced toxicity
than HepG2 cells.

APAP treatment in macrophages and HepG2 cells has significantly increased ROS produc-
tion (Fig 3). Pretreatment with DAS significantly reduced the level of ROS production in
APAP treated HepG2 cells but not in macrophages. DAS alone does not cause any appreciable
alterations in ROS production in these cell lines.

Effect of APAP on GSH Metabolism

A marked decrease in total GSH level in the mitochondrial compartment and cytosolic fraction
was observed in macrophages after APAP treatment (Fig 4A). GSH concentration was reduced
significantly only in the mitochondrial compartment of HepG2 cells (Fig 4A). DAS treatment
exhibited a significant recovery in the concentration of GSH. However the concentration of
mitochondrial GSH was still below the control untreated cells. These results again suggest that
the macrophages are more sensitive to APAP- induced cytotoxicity than HepG2 cells.
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Fig 1. APAP-induced DNA fragmentation. J774.2 macrophages and HepG2 cells were cultured and treated with APAP (10 pmol/ml) for 18 hours after
treatment with or without 200 uM DAS for 24 h as described in Materials and Methods. DNA fragmentation was visualized by 0.5ug/ml ethidium bromide
staining of DNA fragments separated on 1.5% agarose gel. DNA breakdown was also visualized by using a single cell comet assay according to the vendor’s
protocol. The slides were examined at x100 magnification using an Olympus fluorescence microscope. Images of 50 randomly selected nuclei were
analyzed per slide. Typical results from 3 such experiments have been shown.

doi:10.1371/journal.pone.0145965.g001

Interestingly, differential GSH-CDNB conjugating activity of glutathione S-transferase
enzyme was observed in the macrophages and HepG2 cells treated with APAP (Fig 4B). While
a significant decrease in enzyme activity was observed in the cytosolic and mitochondrial com-
partments in macrophages, a significant increase in total GSH-CDNB conjugating activity was
observed in HepG2 cells. Pretreatment with DAS brought the enzyme activity close to that of
control untreated cells. On the other hand, membrane bound microsomal GST was only signif-
icantly increased in HepG2 cells after APAP treatment but not in macrophages (Fig 4C).

In order to further investigate the role of specific GST isoenzymes in GSH-conjugation in
these cell lines, we further studied the enzyme activity using isoenzyme specific substrates,
ethacrynic acid for GST pi and 4-hydroxynonenal (4-HNE) for GST A4-4. GST pi activity was
increased in APAP- treated macrophages as well as HepG2 cells (Fig 4D). On the other hand,
4-HNE-conjugating GST A4-4 activity was slightly increased in HepG2 cells, while a marked
reduction in enzyme activity was observed in the macrophage cells (Fig 4E). This was also
confirmed by SDS-PAGE/Western blot analysis of enzyme protein expression using isoen-
zyme-specific antibodies (described later). DAS treatment alone had little effect on GST pi
activity in these cells. However, GST A4-4 activity was enhanced in both cell lines. These
results suggest the differential responses of macrophages and HepG2 cells towards APAP-
induced cytotoxicity.

GSH-peroxidase (GSH-Px) activity, on the other hand, was significantly inhibited in the
mitochondrial and post-mitochondrial compartments after APAP treatment both in the mac-
rophages as well as in HepG2 cells (Fig 4F). DAS treatment resulted in partial recovery of
enzyme activity only in the post-mitochondrial compartment of HepG2 cells.
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Fig 2. APAP-induced apoptosis. Apoptosis in J774.2 macrophages and HepG2 cells were measured after APAP and DAS treatment using Flow cytometry
as described in the vendor’s protocol using the Becton Dickinson FACSCantoll analyzer. Apoptotic cells were estimated by the percentage of cells that
stained positive for Annexin V-FITC. Representative histograms of flow cytometric results are shown.

doi:10.1371/journal.pone.0145965.9002

Effects of APAP on CYP450 Activities

We used isoenzymes-specific substrates to measure the microsomal activities of CYP2E1,
CYP3A4, CYP1A1 and CYP1A2 in macrophages and HepG2 cells treated with APAP and
DAS. While CYP2EI activity was significantly lower in the macrophages, the enzyme activity
was markedly (56%) increased in HepG2 cells (Fig 5A). As expected, DAS treatment in the
macrophages resulted in a 2-3 fold decrease in activity. However, unlike in the macrophages,
the enzyme activity remained higher than that seen in the control untreated HepG2 cells

(Fig 5A).

Interestingly, alterations in CYP3A4 activity exhibited a different pattern. A marked
increase (about 2-fold) in enzyme activity was only observed in the macrophages while a signif-
icant decrease (30%) was observed in HepG2 cells (Fig 5B). These results have further con-
firmed our earlier observation on the alterations of different CYPs in macrophages and HepG2
cells [25].

CYP1A1 and CYP1A2 activities in both the cell lines have demonstrated a more or less simi-
lar pattern of alterations (Fig 5C and 5D). A 2-3 fold increase in enzyme activities was observed
after APAP treatment in both the cell lines. DAS treatment, either alone or in the presence of
APAP, had no significant effects on CYP1Alenzyme activity. CYP1A2 activity was, however,
significantly reduced after DAS treatment in APAP-induced macrophages and HepG2 cells
(Fig 5D).
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Fig 3. Effect of APAP on ROS production. Intracellular production of ROS was measured using lucigenin coupled method and chemiluminescence was
measured using Turner’s luminometer as described in Materials and Methods [24—28]. The values expressed are mean +SEM for at least three
determinations. Asterisks (*) indicate significant difference (p <0.05) from control values, # indicate significant difference (P <0.05) from APAP-treated

group.
doi:10.1371/journal.pone.0145965.9003

Effect of APAP on Mitochondrial Functions: ATP Production, Membrane
Potential and Respiratory Enzymes Complexes

APAP treatment reduced the ATP levels drastically (40-80%) in HepG2 cells and macrophages
(Fig 6A). Interestingly, DAS treatment recovered the ATP levels close to the control cells. The
mitochondrial membrane potential, as determined by cationic dye membrane permeability,
demonstrated an increased loss of membrane potential and DAS treatment has brought the
potential close to that of the control untreated cells (Fig 6B). These results suggest that alter-
ations in ATP production after APAP treatment are correlated with the disturbance in mito-
chondrial potential gradient. The mitochondrial matrix enzyme, aconitase, which is a sensitive
marker for mitochondrial oxidative stress related dysfunction, was also found to be profoundly
inhibited after APAP treatment which confirms our earlier observation [24-25]. DAS treat-
ment recovered the enzyme activity close to the control untreated level (Fig 6C). However, a
differential effect of APAP on the mitochondrial membrane bound respiratory enzyme com-
plexes was observed in the macrophages and HepG2 cells. While activities of Complex I
(NADH-Ubiquinone oxidoreductase) and terminal oxygen utilizing enzyme, Complex IV
(cytochrome c oxidase) were negligibly disturbed in the HepG2 cells, there was marked inhibi-
tion in the activities of both enzymes in the APAP-treated macrophages (Fig 6D). DAS treat-
ment alone had no appreciable effects on these enzyme activities. Only a marginal recovery of
Complex I enzyme activity was observed after DAS treatment in APAP-treated macrophages.

Effect of APAP on the Expression of Proteins

Fig 7A shows the expression of cytosolic and microsomal GST proteins’ expression using iso-
enzyme-specific antibodies. APAP treatment resulted in almost 2-fold induction of GST pi
protein in the macrophages as well as HepG2 cells. DAS pre-treatment brought the levels close
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Fig 4. Effect of APAP on GSH metabolism. J774.2 macrophages andHepG2 cells were treated with APAP and DAS alone or in combination and GSH
levels in the mitochondria and post-mitochondrial supernatant (PMS) were measured by enzymatic method as described in the Materials and Methods (4A).
Total GST-conjugating activity was measured using CDNB as a substrate (4B). Microsomal GST activity was measured using CDNB as a substrate in the
presence of NEM as an activator of membrane-bound microsomal GST (4C). Ethacrynic acid was used as substrate to measure GSTpi isoenzyme (4D) and
4-HNE was used to measure GSTA4-4 isoenzyme (4E) as described before [24—28]. GSH-Px activity was measured using cumene hydroperoxide as a
substrate (4F). Results are expressed as mean + SEM of three determinations. Asterisks (*) indicate significant difference (p <0.05) from control values, #

indicate significant difference (p <0.05) from APAP-treated group.

doi:10.1371/journal.pone.0145965.g004

to normal, more so in the macrophages. GSTA4-4, a member of the alpha GST family which
conjugates lipid peroxidation product, 4-HNE, was slightly increased after APAP treatment
in HepG2 cells. However, a significant reduction in the expression of GSTA4-4 was observed
in the macrophages. This differential expression may be associated with the level of GSH
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Fig 5. Effect of APAP on CYP450 activities. J774.2 macrophages and HepG2 cells were treated with APAP and DAS as described above and post
mitochondrial supernatant was used to measure CYP2E1 (5A), CYP3A4 (5B), CYP1A1 (5C) and CYP1A2 activities as described in the Materials and
Methods. The values expressed are mean +SEM of three determinations. Asterisks (*) indicate significant difference (p<0.05) from untreated control cells, #
indicate significant difference (p<0.05) from APAP-treated group.

doi:10.1371/journal.pone.0145965.9005

metabolism and 4-HNE conjugation in these cell lines. On the other hand, the microsomal
GST (MGST1-1) expression after APAP treatment was not significantly altered in macro-
phages while it was increased in the HepG2 cells. DAS treatment had minimal effects on the
expression of microsomal GST.

Fig 7B shows the differential expression of various CYP450s in the macrophages and
HepG2 cells after APAP and DAS treatment. While CYP2E1 protein expression was inhib-
ited by APAP treatment, it was induced about 2 fold in HepG2 cells. DAS, a known inhibitor
of CYP2EI activity and expression, as expected, has markedly inhibited the enzyme expres-
sion in these cell lines. The pattern of expression of CYP3A4, on the other hand, was
reversed. While a 2-fold increase after APAP treatment was observed in the macrophages, a
marginal decrease in the expression was observed in HepG2 cells. The differential expression
of CYP2EI and CYP3A4 may be implicated with the preferential isoenzyme involved in
the metabolism of APAP in macrophages and HepG2 cells and are in agreement of our previ-
ous reports [24-25]. CYP1A1 and CYP1A2 expression, on the other hand, was markedly
increased in these cells and DAS treatment has brought the expression level close to the
controls.

Fig 7C shows the expression of multidrug resistance glycoprotein, MDR1 in macrophages
and HepG2 cells treated with APAP and DAS. Both cell lines exhibited an increased expression
of MDR1 protein. However, the increased level of expression was more significant in HepG2
cells compared to macrophages. DAS treatment reversed the expression of the protein close to
the controls. These results may suggest differential drug-conjugate exclusion which may be det-
rimental for drug-induced cytotoxicity and resistance in these cell lines.
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Fig 6. Effect of APAP on ATP production, membrane potential, mitochondrial matrix enzyme, aconitase and mitochondrial respiratory complexes.
APAP treated cells were lysed and ATP was measured by the luciferase-dependent chemiluminescence assay as described in the vendor’s protocol (6A).
The mitochondrial membrane potential was measured by using a mitotracker fluorescent cationic dye according to the manufacturer’s protocol (6B). %
reduction in mitochondrial membrane potential is shown in a typical histogram taking an average of at least three experiments. Aconitase activity was
assayed in J774.2 macrophages and HepG2 cells after treatment with APAP and DAS alone or in combination (6C). Activities of mitochondrial respiratory
enzyme complexes | and IV were measured in freshly isolated mitochondria from APAP-treated cells using ubiquinone, and cytochrome c respectively as
substrates as described in the Materials and Methods (6D). The values are expressed as mean + SEM of three determinations. Asterisks (¥*) indicate
significant difference (p<0.05) from untreated control cells. # indicate significant difference (p <0.05) from APAP-treated group.

doi:10.1371/journal.pone.0145965.g006

Discussion

Metabolism of APAP, a hepatotoxin, by a family of CYP450s, depletion of GSH, which conju-
gates the toxic metabolite of APAP and a burst of oxidative damages have all been implicated
in APAP-induced toxicity [3,8,9,21]. Several antioxidants and activators of GSH pool, such as
N-acetylcysteine, dithiothreitol, tea polyphenols, diallyl sulfide (DAS), taurine, melatonin,
ascorbic acid, vitamin E, etc. have been shown to be beneficial in preventing APAP-induced
toxicity [33,38-39]. However, the precise mechanism of cytotoxicity in different tissues and
cellular systems is not clear. Macrophages have been implicated both in the attenuation as well
as augmentation of APAP-induced responses [22, 23]. We have previously shown that APAP
induced cytotoxicity and cell death in macrophages is associated with increased oxidative
stress, alterations in GSH pool, oxidative protein carbonylation and activation of mitochondrial
apoptotic signals [24, 25]. Our present study, using both macrophages and HepG2 cells has fur-
ther confirmed that the cytotoxicity induced by APAP is indeed associated with increased
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Fig 7. Expression of GST isoenzyme, CYP450 isoenzyme MDR1 proteins. Proteins (50ug) from PMS extract from APAP and DAS treated J774.2
macrophages and HepG2 cells were separated on 12% SDS-PAGE and transferred on to nitrocellulose paper by Western blotting as described in the
Materials and Methods. GST pi, GSTA4-4 and microsomal GST (MGST1-1) proteins were visualized using specific antibodies against these proteins (Fig
7A). The expression of CYP isoenzymes was visualized using isoenzyme specific antibodies against CYP2E1, CYP3A4, CYP1A1 and CYP 1A2 (Fig 7B).
MDR1 protein expression was measured using specific antibody against the protein (Fig 7C). Beta-actin was used as loading control. Representative
Western blots from three experiments are shown. R.I gives the relative intensity of the protein compared to the control untreated cells as 1.0. Molecular

weight is expressed in kDa.

doi:10.1371/journal.pone.0145965.g007

oxidative stress and mitochondrial dysfunction. However, our results have also demonstrated
that the macrophages appear to be more sensitive to APAP toxicity compared to HepG2 cells
at the same dose and time point. This was demonstrated by increased DNA breakdown and
apoptosis and depletion of GSH in the macrophages compared to HepG2 cells. These differen-
tial effects of APAP cytotoxicity in macrophages and HepG2 cells appears to be associated with
the differential metabolism of APAP by CYP2E1 and CYP3A4 in these cells lines as well as dif-
ferences in GSH metabolism by different isoenzymes of GST. As shown, macrophages exhib-
ited a higher induction of CYP3A4 activity while a lower activation of CYP2E1 and GST A4-4
activities were observed. On the other hand, HepG2 cells exhibited higher activity of CYP2E1
and GSH-conjugating activities of CDNB by GSTpi and 4-HNE by GSTA4-4. CYP3A4 activity
however, was, lower in HepG2 cells compared to the macrophages. On the other hand, the
microsomal membrane bound GSH conjugating isoenzyme, was activated only in HepG2 cells
but not in the macrophages. SDS-PAGE and Western blot analysis also confirmed the differen-
tial expression of CYP450 and GST isoenzymes in these cell lines. These results clearly suggest
a differential mechanism of APAP activation by CYPs and conjugation by GST isoenzymes in
the macrophages and HepG2 cells. Treatment with DAS, a garlic constituent with known
CYP2E1 inhibitory activity, recovered the changes observed in CYP2E1 activity in HepG2 cells
but not in the macrophages. On the other hand, DAS treatment alone had very little effect on
the alterations in CYP3A4, CYP1A1 and CYP1A2 activities. GSH-Px activity in macrophages
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as well as in HepG2 cells was significantly lower in both cell systems suggesting increased oxi-
dative stress and confirming our previously published results. DAS treatment marginally
recovered the altered GSH-Px activity in both cell systems. Thus DAS acts not only via the
inhibition of CYP2E1 activity but also as an antioxidant in these cell systems. There are numer-
ous reports suggesting the involvement of DAS in protection against APAP toxicity due to the
inhibition of CYP2E1, and increasing GSH metabolism, which is suggestive of an antioxidant
effect for DAS [33, 40]. Interestingly, the expression of multi drug resistance protein, MDRI,
which plays a role in drug exclusion and detoxification, including APAP [30-31, 41], was also
markedly higher in HepG2 cells compared to macrophages which might be associated with
increased efflux or detoxification of APAP from the HepG2 cells resulting in the development
of some resistance in these cells, as seen by the low level of apoptosis and DNA damage in com-
parison to macrophages. Increased expression and activities of GST in APAP-treated HepG2
cells also support this observation.

We have further demonstrated that mitochondrial respiratory function and ATP synthesis
was markedly affected by APAP treatment in macrophages as well as in HepG2 cells. The
increased ROS production and apoptosis observed in APAP-treated macrophage J774.2 and
HepG2 cells might be implicated with mitochondrial dysfunction in these cell systems. This
was further confirmed by drastic inhibition of mitochondrial membrane potential, decreased
activity of aconitase, a mitochondrial matrix enzyme and marker for oxidative stress, and by
inhibition of the inner membrane respiratory enzymes complexes. This has been reported ear-
lier using APAP and other NSAIDs. [24-29, 42]. Increased ROS production and mitochondrial
oxidative stress also results in increased oxidative glutathionylation of respiratory complex I
resulting in the inhibition of enzyme activity and disruption of energy homeostasis in APAP
toxicity [43-46].

In summary, our results suggest that the differential cytotoxicity of APAP in macrophage
J774.2 and HepG2 cells might be associated with their ability to metabolize and detoxify APAP
differently in these cell systems. Also, there is some indication that MDRI gene may also play a
role in determining the sensitivity of macrophages and HepG2 cells towards APAP toxicity.
These results may have long term implications to better understand the role of macrophages
and HepG2 cells in the toxicology and pharmacology of APAP.

Acknowledgments

Authors wish to acknowledge the support from the Research Committee Grant, CMHS, UAE
University, UAE. Supports from Sheikh Hamdan bin Rashid Al Maktoum Medical Research
Award and Terry Fox Cancer Research Fund (UAE) are also acknowledged.

Author Contributions

Conceived and designed the experiments: HR. Performed the experiments: A] HR. Analyzed
the data: A] HR. Contributed reagents/materials/analysis tools: A] HR. Wrote the paper: HR
AJ.

References
1. Pachkoria K, Lucena MI, Molokhia M, Cueto R, Carballo AS, Carvajal A, et al. Genetic and molecular
factors in drug-induced liver injury: a review. Curr Drug Saf. 2007; 2: 97-112. PMID: 18690955
2. Russmann S, Kullak-Ublick GA, Grattagliano I. Current concepts of mechanisms in drug-induced hepa-
totoxicity. Curr Med Chem. 2009; 16: 3041-3053. PMID: 19689281

3. Reid AB, Kurten RC, McCullough SS, Brock RW, Hinson JA. Mechanisms of acetaminophen-induced
hepatotoxicity: role of oxidative stress and mitochondrial permeability transition in freshly isolated
mouse hepatocytes. J Pharmacol Exp Ther. 2005; 312: 509-516. PMID: 15466245

PLOS ONE | DOI:10.1371/journal.pone.0145965 December 29, 2015 13/15


http://www.ncbi.nlm.nih.gov/pubmed/18690955
http://www.ncbi.nlm.nih.gov/pubmed/19689281
http://www.ncbi.nlm.nih.gov/pubmed/15466245

@’PLOS ‘ ONE

Acetaminophen Cytotoxicity and Cytoprotection

10.

11.

12

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24,

25.

26.

Lazerow SK, Abdi MS, Lewis JH. Drug-induced liver disease 2004. Curr Opin Gastroenterol. 2005; 21:
283-292. PMID: 15818148

Lee WM. Acetaminophen and the U.S. Acute Liver Failure Study Group: lowering the risks of hepatic
failure. Hepatology 2004; 40: 6-9. PMID: 15239078

Imaeda AB, Watanabe A, Sohail MA, Mahmood S, Mohamadnejad M, Sutterwala FS, et al. Acetamino-
phen-induced hepatotoxicity in mice is dependent on TIr9 and the Nalp3 inflammasome. J Clin Invest.
2009; 119: 305-314. doi: 10.1172/JCI35958 PMID: 19164858

Jaeschke H, Bajt ML. Mechanisms of Acetaminophen hepatoxicity. Compreh Toxicol. 2010; 9: 457—
473.

Gujral JS, Knight TR, Farhood A, Bajt ML, Jaeschke H. Mode of cell death after acetaminophen over-
dose in mice: apoptosis or oncotic necrosis? Toxicol Sci. 2002; 67:322—-328. PMID: 12011492

Kon K, lkejima K, Okumura K, Aoyama T, Arai K, Takei Y, et al. Role of apoptosis in acetaminophen
hepatotoxicity. J Gastroenterol Hepatol. 2007; 22: S49-S52. PMID: 17567465

James LP, Mayeux PR, Hinson JA. Acetaminophen-induced hepatotoxicity. Drug Metab Dispos. 2003;
31:1499-1506. PMID: 14625346

Dambach DM, Durham SK, Laskin JD, Laskin DL. Distinct roles of NF-kappa B p50 in the regulation of
acetaminophen-induced inflammatory mediator production and hepatotoxicity. Toxicol Appl Pharma-
col. 2006; 211: 157-165. PMID: 16081117

Harvison PJ, Guengerich FP, Rashed MS, Nelson SD. Cytochrome P-450 isoenzyme selectivity in the
oxidation of acetaminophen. Chem Res Toxicol. 1988; 1: 47-52. PMID: 2979711

Thummel KE, Lee CA, Kunzel KL, Nelson SD, Slattery JT. Oxidation of acetaminophen to N-acetyl-p-
aminobenzoquinone imine by human CYP 3A4. Biochem Pharmacol. 1993; 45: 1563-1569. PMID:
8387297

Boobis AR, Tee LB, Hampden CE, Davies DS. Freshly isolated hepatocytes as a model for studying
the toxicity of paracetamol. Food Chem Toxicol. 1986; 24: 731-736. PMID: 3781426

Boobis AR, Seddon CE, Nasseri-Sina P, Davies DS. Evidence for a direct role of intracellular calcium in
paracetamol toxicity. Biochem Pharmacol. 1990; 39: 1277-1281. PMID: 2322311

Jaeschke H, Gujral JS, Bajt ML. Apoptosis and necrosis in liver disease. Liver Int. 2004; 24: 85—-109.
PMID: 15078470

Bajt ML, Knight TR, Lemasters JJ, Jaeschke H. Acetaminophen-induced oxidant stress and cell injury
in cultured mouse hepatocytes: protection by N-acetyl cysteine. Toxicol Sci. 2004; 80: 343—-349. PMID:
15115886

Hinz B, Cheremina O, Brune K. Acetaminophen (paracetamol) is a selective cyclooxygenase-2 inhibitor
in man. FASEB J. 2008; 22: 383—-390. PMID: 17884974

Holt MP, Cheng L, Ju C. Identification and characterization of infiltrating macrophages in acetamino-
phen-induced liver injury. J Leukoc Biol. 2008; 84: 1410—-1421. doi: 10.1189/jIb.0308173 PMID:
18713872

Ni HM, Bockus A, Boggess N, Jaeschke H, Ding WX. Activation of autophagy protects against acet-
aminophen-induced hepatotoxicity. Hepatology. 2012; 55: 222—232. doi: 10.1002/hep.24690 PMID:
21932416

Saito C, Zwingmann C, Jaeschke H. Novel mechanisms of protection against acetaminophen hepato-
toxicity in mice by glutathione and N-acetyl cysteine. Hepatology. 2010; 51:246—254. doi: 10.1002/
hep.23267 PMID: 19821517

Liu ZX, Govindarajan S, Kaplowitz N. Innate immune system plays a critical role in determining the pro-
gression and severity of acetaminophen hepatotoxicity. Gastroenterology. 2004; 127: 1760-1774.
PMID: 15578514

Ishida Y, Kondo T, Kimura A, Tsuneyama K, Takayasu T, Mukaida N. Opposite roles of neutrophils and
macrophages in the pathogenesis of acetaminophen-induced acute liver injury. Eur J Immunol. 2006;
36: 1028—1038. PMID: 16552707

Al-Belooshi T, John A, Al-Otaiba A, Raza H. Acetaminophen-induced mitochondrial oxidative stress in
murine J774.2 monocyte macrophages. Am J Biomed Sci. 2010; 2: 142—154.

Al-Belooshi T, John A, Tarig S, Al-Otaiba A, Raza H. Increased mitochondrial stress and modulation of
mitochondrial respiratory enzyme activities in acetaminophen-induced toxicity in mouse macrophage
cells. Food Chem Toxicol. 2010; 48: 2624—2632. doi: 10.1016/j.fct.2010.06.031 PMID: 20600533

Raza H, John A, Benedict S. Acetylsalicylic acid-induced oxidative stress, cell cycle arrest, apoptosis
and mitochondrial dysfunction in human hepatoma HepG2 cells. Eur J Pharmacol. 2011; 668:15-24.
doi: 10.1016/j.ejphar.2011.06.016 PMID: 21722632

PLOS ONE | DOI:10.1371/journal.pone.0145965 December 29, 2015 14/15


http://www.ncbi.nlm.nih.gov/pubmed/15818148
http://www.ncbi.nlm.nih.gov/pubmed/15239078
http://dx.doi.org/10.1172/JCI35958
http://www.ncbi.nlm.nih.gov/pubmed/19164858
http://www.ncbi.nlm.nih.gov/pubmed/12011492
http://www.ncbi.nlm.nih.gov/pubmed/17567465
http://www.ncbi.nlm.nih.gov/pubmed/14625346
http://www.ncbi.nlm.nih.gov/pubmed/16081117
http://www.ncbi.nlm.nih.gov/pubmed/2979711
http://www.ncbi.nlm.nih.gov/pubmed/8387297
http://www.ncbi.nlm.nih.gov/pubmed/3781426
http://www.ncbi.nlm.nih.gov/pubmed/2322311
http://www.ncbi.nlm.nih.gov/pubmed/15078470
http://www.ncbi.nlm.nih.gov/pubmed/15115886
http://www.ncbi.nlm.nih.gov/pubmed/17884974
http://dx.doi.org/10.1189/jlb.0308173
http://www.ncbi.nlm.nih.gov/pubmed/18713872
http://dx.doi.org/10.1002/hep.24690
http://www.ncbi.nlm.nih.gov/pubmed/21932416
http://dx.doi.org/10.1002/hep.23267
http://dx.doi.org/10.1002/hep.23267
http://www.ncbi.nlm.nih.gov/pubmed/19821517
http://www.ncbi.nlm.nih.gov/pubmed/15578514
http://www.ncbi.nlm.nih.gov/pubmed/16552707
http://dx.doi.org/10.1016/j.fct.2010.06.031
http://www.ncbi.nlm.nih.gov/pubmed/20600533
http://dx.doi.org/10.1016/j.ejphar.2011.06.016
http://www.ncbi.nlm.nih.gov/pubmed/21722632

@’PLOS ‘ ONE

Acetaminophen Cytotoxicity and Cytoprotection

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

43.

44.

45.

46.

Raza H, John A. Implications of altered glutathione metabolism in aspirin-induced oxidative stress and
mitochondrial dysfunction in HepG2 cells. PLoS One. 2012; 7(4):e36325. doi: 10.1371/journal.pone.
0036325 PMID: 22558435

Raza H, John A, Shafarin J. NAC Attenuates LPS-Induced Toxicity in Aspirin-Sensitized Mouse Macro-
phages via Suppression of Oxidative Stress and Mitochondrial Dysfunction. PLoS One. 2014; 9(7):
€103379. doi: 10.1371/journal.pone.0103379 PMID: 25075522

Raza H, John A, Shafarin J. Sensitization of the murine macrophages and human hepatoma cells to
LPS-induced oxidative and nitrosative stress by aspirin. Hamdan Medical Journal. 2014; 7:219-228
(doi: 10.7707/hmj.v7i2.316).

Manov |, Bashenko Y, Hirsh M, lancu TC. Involvement of the multidrug resistance P-glycoprotein in
acetaminophen-induced toxicity in hepatoma-derived HepG2 and Hep3B cells. Basic Clin Pharmacol
Toxicol. 2006; 99:213-224. PMID: 16930294

Arakawa S, Maejima T, Fujimoto K, Yamaguchi T, Yagi M, Sugiura T, et al. Resistance to acetamino-
phen-induced hepatotoxicity in glutathione S-transferase Mu 1-null mice. J Toxicol Sci. 2012; 37: 595—
605. PMID: 22687999

Vermeulen NPE, Bessems JGM, Straat V-D. Molecular aspects of paracetamol-induced hepatotoxicity
and its mechanism-based prevention. Drug Metab Rev. 1992; 24: 367—407. PMID: 1628537

Hu JJ, Yoo J-SH, Lin M, Wang EJ, Yang CS. Protective effects of diallyl sulfide on acetaminophen-
induced toxicities. Food Chem Toxicol. 1996; 34: 963-969. PMID: 9012771

Dai Y, Cederbaum Al. Cytotoxicity of acetaminophen in human cytochrome P4502E1-transfected
HepGz2 cells. J Pharmacol Exp Ther. 1995; 273:1497-1505. PMID: 7791125

Raza H, John A, Nemmar A. Short-term effects of nose-only cigarette smoke exposure on glutathione
redox homeostasis, cytochrome P450 1A1/2 and respiratory enzyme activities in mice tissues. Cell
Physiol Biochem. 2013; 31:683-692. doi: 10.1159/000350087 PMID: 23711494

Laemmli UK. Cleavage of structural proteins during assembly of the head of bacteriophage T4. Nature.
1970; 227: 680-685. PMID: 5432063

Towbin H, Staehelin T, Gordon J. Electrophoretic transfer of proteins from polyacrylamide gels to nitro-
cellulose sheets: procedure and some applications. Proc Natl Acad Sci USA, 1979; 76: 4350—4354.
PMID: 388439

Saito C, Zwingmann C, Jaeschke H. Novel mechanisms of protection against acetaminophen hepato-
toxicity in mice by glutathione and N-acetylcysteine. Hepatology. 2010; 51:246—254. doi: 10.1002/hep.
23267 PMID: 19821517

Sener G, Sehirli AO, Ayonoglu-Dulger G. Protective effects of melatonin, vitamin E and N-acetylcys-
teine against acetaminophen toxicity in mice. A comparative study. J Pineal Res. 2003; 35, 61-68.
PMID: 12823615

Shaik IH, George JM, Thekkumkara TJ, Mehvar R. Protective effects of diallyl sulfide, a garlic constitu-
ent, on the warm hepatic ischemia-reperfusion injury in a rat model. Pharm Res. 2008; 10:2231-2242.

Ghanem Cl, Arias A, Novak A, Carpini GD, Villanueva S, Blazquez AG, et al. Acetaminophen-induced
stimulation of MDR1 expression and activity in rat intestine and in LS 174T human intestinal cell line.
Biochem Pharmacol. 2011; 81:244—250. doi: 10.1016/j.bcp.2010.10.006 PMID: 20955690

Maity P, Bindu S, Dey S, Goyal M, Alam A, Pal C, et al. Indomethacin, a non-steroidal anti-inflammatory
drug develops gastropathy by inducing reactive oxygen species-mediated mitochondrial pathology and
associated apoptosis in gastric mucosa. A novel role of mitochondrial aconitase oxidation. J Biol Chem.
2009; 284: 3058-3068. doi: 10.1074/jbc.M805329200 PMID: 19049974

Andringa KK, Bajt ML, Jaeschke H, Bailey SM. Mitochondrial protein thiol modification in acetamino-
phen hepatotoxicity: effect on HMG-CoA synthase. Toxicol Lett. 2008; 1777: 188—-197.

Hoffman DL, Brookes PS. Oxygen sensitivity of mitochondria reactive oxygen species generation
depends on metabolic conditions J Biol Chem. 2009; 284: 16236—16245. doi: 10.1074/jbc.
M809512200 PMID: 19366681

Burcham PC, Harman AW. Acetaminophen toxicity results in site-specific mitochondrial damage in iso-
lated mouse hepatocytes. J Biol Chem. 1991; 266: 5049-5054. PMID: 2002047

Taylor ER, Hurrell F, Shannon RJ, Lin T-K, Hirst J, Murphy MP. Reversible glutathionylation of complex
| increases mitochondrial superoxide formation. J Biol Chem. 2003; 278: 19603-19610. PMID:
12649289

PLOS ONE | DOI:10.1371/journal.pone.0145965 December 29, 2015 15/15


http://dx.doi.org/10.1371/journal.pone.0036325
http://dx.doi.org/10.1371/journal.pone.0036325
http://www.ncbi.nlm.nih.gov/pubmed/22558435
http://dx.doi.org/10.1371/journal.pone.0103379
http://www.ncbi.nlm.nih.gov/pubmed/25075522
http://dx.doi.org/10.7707/hmj.v7i2.316
http://www.ncbi.nlm.nih.gov/pubmed/16930294
http://www.ncbi.nlm.nih.gov/pubmed/22687999
http://www.ncbi.nlm.nih.gov/pubmed/1628537
http://www.ncbi.nlm.nih.gov/pubmed/9012771
http://www.ncbi.nlm.nih.gov/pubmed/7791125
http://dx.doi.org/10.1159/000350087
http://www.ncbi.nlm.nih.gov/pubmed/23711494
http://www.ncbi.nlm.nih.gov/pubmed/5432063
http://www.ncbi.nlm.nih.gov/pubmed/388439
http://dx.doi.org/10.1002/hep.23267
http://dx.doi.org/10.1002/hep.23267
http://www.ncbi.nlm.nih.gov/pubmed/19821517
http://www.ncbi.nlm.nih.gov/pubmed/12823615
http://dx.doi.org/10.1016/j.bcp.2010.10.006
http://www.ncbi.nlm.nih.gov/pubmed/20955690
http://dx.doi.org/10.1074/jbc.M805329200
http://www.ncbi.nlm.nih.gov/pubmed/19049974
http://dx.doi.org/10.1074/jbc.M809512200
http://dx.doi.org/10.1074/jbc.M809512200
http://www.ncbi.nlm.nih.gov/pubmed/19366681
http://www.ncbi.nlm.nih.gov/pubmed/2002047
http://www.ncbi.nlm.nih.gov/pubmed/12649289

