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M
itochondria play key roles in aerobic life and in cell death. Thus, interference of 

normal mitochondrial function impairs cellular energy and lipid metabolism and leads 

to the unleashing of mediators of cell death. The role of mitochondria in cell death 

due to drug hepatotoxicity has been receiving renewed attention and it is therefore timely to 

assess the current status of this area.
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Introduction

Mitochondrial impairment is usually a final event common to 
pathways leading to necrotic and apoptotic cell death. Therefore, 
it is important to consider whether drug-induced participation of 
mitochondria in hepatocellular death is a direct result of drugs 
acting on these organelles (e.g., drug accumulation, inhibition of 
electron transport and fatty acid oxidation, or depletion of anti-
oxidant defense) or an indirect result ensuing from mitochondrial 
participation in programs of cell death. Whether these programs 
lead to necrosis or apoptosis, they are mediated through signaling 
mechanisms arising at the cell membrane (e.g., death receptors) 
or in subcellular compartments (e.g., the endoplasmic reticulum 
or cell nucleus). Evidence for a combination of direct and indirect 
models in drug toxicity have recently emerged, such that a direct 
effect of drug or drug metabolite promotes mitochondrial produc-
tion of reactive oxygen species (ROS), whereas an indirect effect 
occurs upon the evocation of signal transduction programs that 
culminate in further loss of mitochondrial function. 

In this review Dean Jones describes some of the basic prin-
ciples about mitochondrial function, redox regulation, and ROS 
production; John Lemasters offers an overview of mitochondrial 
permeability transition as a target and executioner of cell death; 
Derick Han assesses the interplay of signal transduction and mito-
chondria in the acetaminophen model of drug-induced liver injury 
(DILI); and Urs Boelsterli describes the threshold hypothesis that 
may explain the long latency often seen in idiosyncratic DILI.

Non-Equilibrium States of  
Thiol–Disulfide Systems

Oxidative stress is often defined as an imbalance of pro-oxidants 
and antioxidants; however, the finding that thiols [i.e., glutathione 
(GSH) and cysteine (Cys)] in plasma are not in redox equilibrium 
with their disulfide products [i.e., respectively, GSSG and CySS] (1, 
2) and that their plasma concentrations are substantially displaced 
from cellular values (3) has significantly altered concepts of oxida-
tive stress (4, 5). For example, the in vivo “balance” of pro-oxidants 
and antioxidants cannot be defined by any single entity, such as 
an equilibrium constant, and our growing knowledge of signaling 
mechanisms indicates that oxidative stress may be better defined 
as a disruption of redox signaling, rather than as an imbalance of 
pro-oxidants and antioxidants (4). The failure of large-scale, dou-
ble-blind interventional trials with free-radical scavenging antioxi-
dants may likewise reflect an oversimplified therapeutic approach. 
Thiol–disulfide couples represent key nodes of redox signaling and 
regulatory mechanisms. Sulfhydryl-containing regulators (e.g., thi-
oredoxins and glutathione) of electron transfer rates can be thought 
of as biological redox switches and are essential to toxicologic and 
pathologic mechanisms. The dynamics of non-equilibrium control 

of redox elements in biologic systems remain a major challenge to 
our understanding of redox signaling and oxidative stress (6). 

An important aspect of redox biology lies in the structures of 
lipid-containing membranes and multiprotein complexes that func-
tion to organize compatible thiol/disulfide couples and orchestrate 
appropriate redox reactions. The steady-state redox potentials (E

h
) 

of thioredoxin-1, thioredoxin-2, GSH/GSSG, and Cys/CySS couples 
in mitochondria, nuclei, and secretory complexes, as well as in 
the extracellular space, are maintained at distinct, disequilibrium 
values (7). The most highly reducing milieu, promoting the highest 
rates of electron transfer, is compartmentalized within the mito-
chondria, which are thus most sensitive to physiologically induced 
oxidation. In a sense, mitochondria have evolved as compartments 
that specialize in redox chemistry, and this specialization can make 
mitochondria selectively vulnerable in pathologic mechanisms.

Mitochondrial Redox Circuits and  
Thiol-Based Antioxidant Systems

Two types of redox circuits have been distinguished in mitochon-
dria, based upon relative rates of electron transfer (Figure 1) (8). 
High-flux circuits, in which electron transfer rates are a significant 
fraction of the rate of cellular O

2
 consumption, include pathways 

of intermediary metabolism that maintain energy supply. The 
high-flux circuits are principally responsible for maintenance of 
the mitochondrial membrane potential and the production of 
“high-energy” chemicals (e.g., ATP and succinyl CoA) and effec-
tive reductants (e.g., NADPH); high-flux circuits thus subserve 
biosynthetic and detoxification purposes. In contrast, there appear 
to be a number of low-flux circuits that subserve a regulatory 
function and are operationally defined as pathways normally hav-
ing electron transfer rates less than 1% the rate of cellular O

2
 con-

sumption. The existence of these low-flux circuits has been largely 
obscured by the concept that mitochondria generate ROS [e.g., 
superoxide anion (O

2
⋅–) and hydrogen peroxide (H

2
O

2
)] as a toxic 

byproduct of aerobic existence. In fact, O
2
⋅– and H

2
O

2
 appear to 

be produced by mitochondria regardless of aerobic conditions and 
may act as essential signaling molecules to coordinate respiratory 
functions (8). Superoxide, produced under conditions of ample 
NADH, inhibits aconitase, a key enzyme for controlling NADH 
generation, and thereby provides a feedback mechanism to control 
electron flow. At the same time, superoxide activates uncoupling 
proteins and thereby prevents excessive membrane potential. 
Superoxide is also a precursor for H

2
O

2
, which appears to be 

a substrate for several mitochondrial proteins, including GSH 
peroxidase-(GPX)-1 and GPX4, peroxiredoxin-(Prx)-3, Prx5, thi-
oredoxin reductase-2, and forms of GSH transferase (7, 9, 10); in 
addition, H

2
O

2
 is released by mitochondria and acts as a nuclear 

signal of NF-κB, Nrf2 and PPAR pathways (10–12). (See Figure 1.)
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Mitochondrial GSH and Thioredoxin-2:  
Parallel, Non-Redundant Signaling Systems

Mitochondria contain two central thiol antioxidant systems, one 
of which is dependent upon GSH, and the second of which is 
dependent on thioredoxin-2-(Trx2). Mitochondria cannot synthe-
size GSH, but rather rely on the dicarboxylate carrier (DIC) and 
the oxoglutarate carrier (OGC) to obtain GSH from the cytoplasm 
(in kidney), and at least one other transporter is likely in liver 
(10). Under many toxicologic conditions, cell death is associ-
ated with depletion of mitochondrial GSH and not with loss of 
cytoplasmic GSH (13). One experimental means for depleting the 
mitochondrial pool of GSH is to treat cells with the chemical oxi-
dant tert-butylhydroperoxide (tBH), which induces apoptosis and 
loss of mitochondrial membrane potential. Cells that overexpress 
the mitochondrion-specific thioredoxin Trx2, however, have been 
found to be resistant to tBH-induced loss of mitochondrial mem-
brane potential and apoptosis, 
although mitochondrial GSH 
undergoes oxidation upon the 
tBH treatment (14–16). Thus, 
the antioxidant functions of 
Trx2 are not redundant, but 
are rather complementary. 
Mutations of two essential 
Cys residues of Trx2 (i.e., 
C90S and C93S) render the 
protein ineffective in pro-
tecting against tBH-induced 
cytotoxicity. The C93S 
mutant form of Trx2 also has 
a dominant negative charac-
ter (17). Interestingly, cells 
overexpressing a Trx2 mutant 
that lacks an essential Cys 
manifest enhanced sensitivity 
to N-ethylmaleimide (NEM), 
suggesting that certain toxi-
cants function by neutralizing 
an essential thiol function of 
Trx2 and essentially convert-
ing the protein to a dominant 
negative form (17).

Transfection studies with 
the Trx2 C93S mutant show 
that the protein forms a mixed 
disulfide with mitochondrial 
peroxiredoxin-3 (Prx3) but not 
with peroxiredoxin-5 (Prx5) 
(18). Expression of the C93S 
mutant enhances the sensitiv-
ity of cells to tBH as well as 

tumor necrosis factor-α (TNF-α). In cells depleted of GSH by 
treatment with buthionine sulfoximine (BSO), endogenous Trx2 
becomes oxidized and overexpression of Trx2 protects against tox-
icity, whereas expression of the Trx2 C93S mutant potentiates BSO 
toxicity. These data again show that Trx2 controls the mitochon-
drial redox status independent of GSH and is, in cultured neu-
ronal cells, a key component of the defensive mechanism against 
oxidative stress. The additive protective effects of Trx2 and GSH 
show that the Trx2 and GSH systems are both functionally impor-
tant at conditions of low oxidative stress.

In addition to preferential oxidation of mitochondrial Trx2 in 
response to TNF-α, the magnitude of oxidation of mitochondrial 
Trx2 (>60 mV) in response to arsenic, cadmium, and mercury, is 
greater than the magnitude of effect on cytoplasmic Trx1 (20 to 
40 mV) (19). This oxidation, along with concomitant activation 
of apoptosis signal-regulating kinase-1 (ASK-1), occurs with little 
oxidation of the cellular GSH pool, suggesting that the role of 
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Figure 1. High-flux and low-flux systems of electron transfer pathways. High-
flux systems (left), which support ATP production, transfer electrons into the inner 
membrane electron transfer chain via NADH and electron-carrying proteins such as 
Coenzyme Q (CoQ) and cytochrome c (Cyt c). The electron transfer to flavin occurs 
as an electron pair, but the electron transfer chain comprises single-electron transfers 
until the terminal reduction of molecular O2 to produce two molecules of H2O. At least 
ninety-nine percent of electron flow in the electron transfer chain results in the reduction 
of molecular O2. A small fraction of the total flux, probably ≤1% under most physiologic 
conditions, results in the single-electron reduction of molecular O2 to yield superoxide 

anion radical (O2⋅
–). The superoxide anion is rapidly dismutated to H2O2 and O2, and the potential role of superoxide 

as a signaling molecule, rather than merely as unavoidable byproduct of aerobic respiration, remains under investiga-
tion. Certain low-flux pathways, which function in signaling and cell regulation, are well established (right), although 
many more are likely to be elucidated. One of the major NADPH-dependent pathways involves thioredoxin reductase-2 
(TrxR2), thioredoxin-2 (Trx2), and the peroxiredoxins-3 and -5. This pathway depends upon H2O2 as an oxidant and regu-
lates apoptosis by means of signal-regulating kinase-1 (Ask1) and the permeability transition (PT) pore. Another major 
NADPH-dependent pathway involves the mitochondrial isoform of GSSG reductase, GSH, GSH peroxidase-1 and -4, 
and glutaredoxin-2 (Grx2). Grx2 controls S-glutathionylation of NADH dehydrogenase (NDH) and other proteins. H2O2 
and lipid peroxides also function in oxidation of the GSH pathway (not shown). Some iron-sulfur proteins (e.g., aconitase) 
are also directly oxidized by O2⋅

–. The low-flux pathways have been extensively studied as mechanisms to protect against 
oxidative stress. The fraction of total electron flow diverted to NADPH to support detoxification has not been firmly estab-
lished. [Approximate scale for steady-state redox potentials (Eh) is indicated at the far left; the thiol/disulfide systems oper-
ate between the potential of the NADPH/NADP+ couple (-400 mV) and that of the H2O2/H2O couple (approx +100 mV).] 
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potential of the plasma Cys/CySS couple is oxidized in association 
with risk factors for cardiovascular disease, including age, smok-
ing, type 2 diabetes, obesity, and alcohol abuse (9, 26). Previous in 
vitro findings support a cause–effect relationship for plasma CySS 
in cell signaling pathways associated with cardiovascular disease, 
including NF-κB-signaling, which controls monocyte adhesion to 
endothelial cells (27, 28). The overexpression of Trx2 in transgenic 
mice prevents the increase in mitochondrial ROS that is normally 
evoked by extracellular plasma CySS as a signal of oxidative stress. 
Mass spectrometry-based redox proteomics show that several 
classes of plasma membrane and cytoskeletal proteins involved 
in inflammation respond to this redox switch, including vascular 
cell adhesion molecule, integrins, actin, and several Ras family 
GTPases. Other studies show that proinflammatory cytokines are 
increased in response to oxidized plasma CySS (12, 29). Together, 
the data show that the proinflammatory effects of oxidized plasma 
CySS are due to a pathway that transduces signals from the cell 
membrane to mitochondria, and that resultant mitochondria-
derived oxidative signals activate downstream effector proteins.

Mitochondrial Permeability Transition 
and Iron in Liver Injury

Chelatable Iron, Oxidative Stress, and Cell Death

Superoxide anion and hydrogen peroxide are among the ROS 
that promote hepatic injury in response to ischemia-reperfusion, 
oxidative stress, and many toxic chemicals (Figure 2) (30–33). In 

the thioredoxin thiol/disulfide redox couples represents a level of 
control in apoptotic and toxic signaling pathways that is distinct 
from mechanisms of control by the GSH/GSSG redox system. This 
interpretation is also supported by studies showing that Trx2 pro-
tects against both the mitochondrial permeability transition (MPT) 
(20) and the activation of mitochondria-associated ASK-1 (21) 
(discussed below). Other studies also show that these processes 
are sensitive to nutrition (22) and that energy and/or substrate 
supply can contribute to sensitivity of mitochondrial systems to 
oxidative damage (23).

Extracellular Signals of Oxidative Stress: 
Mitochondrial Relay in Disease

Mitochondrial Trx2 responds to changes in the extracellular redox 
potential of Cys/CySS (E

h
Cys/CySS) over a range that is relevant 

to cardiovascular disease in humans. The availability of Trx2-
transgenic mice has been very useful for translation of basic sci-
ence observations to relevant mouse models (21, 24). Our recent 
studies with these mice suggest that a signaling pathway from 
the blood plasma to mitochondria plays a central role in linking 
oxidative stress and proinflammatory signaling (25). The redox 
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Figure 2. Chelatable iron mobilization and ROS formation. In panel A, oxi-
dative metabolism causes formation of O2⋅

– (i.e., superoxide anion) and H2O2. 
Superoxide dismutase (SOD) converts some O2⋅

– to H2O2. In the presence of 
chelatable iron, O2⋅

– reduces Fe3+ to Fe2+, and Fe2+ reacts with H2O2 to form 
hydroxyl radical (OH⋅). Ferrireductases may also reduce Fe3+ to Fe2+. Hydroxyl 
radicals react with lipids to form alkyl radicals (L⋅) to initiate an oxygen-depen-
dent chain reaction generating lipid peroxides (LOOH) and peroxyl radicals 
(LOO⋅). Iron also catalyzes a chain reaction generating alkoxyl radicals (LO⋅) 
and more LOO⋅. Nitric oxide synthase (NOS) catalyzes formation of NO⋅, 
which reacts with O2⋅

– to form ONOO–. ONOO–decomposes to nitrogen diox-
ide (NO2⋅) and OH⋅. In panel B, the cytosol of mouse hepatocytes was loaded 
with calcein, and the cells were incubated in culture medium containing calce-
in free acid with no further addition (Control), bafilomycin (Baf), bafilomycin 
plus desferal (Baf+Dsf) or bafilomycin plus starch-desferal (sBaf+Dsf). Note 
decreased cytosolic calcein fluorescence after bafilomycin, which was blocked 
by desferal and starch-desferal (see text for details). In panel C, mitochondria 
and lysosomes of rat hepatocytes were loaded with calcein, and the cells 
were exposed to bafilomycin (Baf) or bafilomycin in the presence of Ru360 
(Baf+Ru), an inhibitor of the mitochondrial calcium uniporter. Note quenching 
of mitochondrial calcein fluorescence that was suppressed by Ru360. Arrows 
identify representative lysosomes whose fluorescence increased rather than 
decreased after bafilomycin (see text for details). In panel D, ferrireductase 
reduces Fe3+ to Fe2+ in the lysosomal/endosomal compartment. Bafilomycin, 
as well as ATP deficiency, inhibits the vacuolar proton-pumping ATPase to 
cause luminal alkalinization and Fe2+ release by apparent Fe2+-H+ exchange. 
Fe2+ released to the cytosol is taken up by mitochondria via the calcium 
uniporter as a first hit promoting injury. Mitochondrial oxidative stress by tBH 
provides a second hit of O2⋅

- and H2O2 production, and OH⋅ is formed by the 
Fenton reaction. OH⋅ leads to onset of the CsA-sensitive MPT that causes 
mitochondrial swelling and uncoupling of oxidative phosphorylation (see text 
for details). 
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the presence of iron, O
2
⋅– and H

2
O

2
 react to form toxic hydroxyl 

radicals (OH⋅) (34). Similarly, iron catalyzes lipid peroxidation 
chain reactions. Superoxide anion also reacts at diffusion-limited 
rates with nitric oxide (NO⋅), a reactive nitrogen species (RNS) 
produced by nitric oxide synthase (NOS), to form peroxynitrite 
(OONO–), which in turn decomposes to an OH⋅-like species. 
Peroxynitrite also causes nitrosation of tyrosyl residues in proteins 
(Figure 2A). Both ROS and RNS are important intermediates of 
toxicity to liver and other tissues (35).

Iron exists in two pools within cell and tissues. The first of 
these is “non-chelatable” iron, which resides in ferritin, hemo-
siderin, and iron-containing prosthetic groups of proteins (e.g., 
heme and iron-sulfur complexes). Except for enzyme catalysis, this 
iron is generally unreactive for bulk solution oxidation-reduction 
chemistry and remains unavailable for chelation by iron chelators 
like desferal. The second pool comprises free and loosely bound, 
“chelatable” iron; in fact, Fe2+ and Fe3+ generally associate with 
polyanionic metabolites like citrate, so that very little chelatable 
iron is actually free iron. In hepatocytes, chelatable iron concentra-
tion is estimated to be about 5 μM (36). 

Excessive iron is toxic. An acute overdose causes hepatocellu-
lar necrosis, and hereditary hemochromatosis can result in hepatic 
fibrosis (37, 38). Iron overburden also appears to exacerbate cardio-
vascular disease, diabetes, cancer, and alcoholic and nonalcoholic 
steatohepatitis (37, 39–42). In models of oxidative stress, hypoxia/
ischemia, and drug-induced liver injury, increased intracellular 
chelatable iron promotes cell death, whereas iron chelators like 
desferal are protective (43–50). Such observations imply a role for 
iron in these injuries, most likely by catalyzing ROS formation. 
The catalase mimetic TAA-1/Fe blocks iron-dependent cytotoxic-
ity, whereas H

2
O

2
 potentiates iron toxicity (51 ,52), suggesting that 

toxicity may be mediated by Fe2+-dependent OH⋅ formation from 
H

2
O

2
. In classical iron-catalyzed Fenton chemistry, O

2
⋅– regenerates 

Fe2+ by reducing Fe3+ formed by the reaction with H
2
O

2
. However, 

a permeable superoxide dismutase (SOD) mimetic, MnTBAP, which 
converts O

2
⋅– to O

2
 and H

2
O

2
, fails to protect (53). This finding 

suggests that a ferrireductase directly reduces Fe3+ to Fe2+, an event 
that bypasses a requirement for O

2
⋅– (Figure 2). 

Cellular Uptake of Iron

Transferrin in extracellular fluids delivers Fe3+ to the endosomal/
lysosomal compartment by receptor-mediated endocytosis (54). 
Iron is then released from this compartment for biosynthesis 
of iron-containing proteins (55). Divalent metal transporter-1 
(DMT1) mediates H+/Fe2+ symport in enterocytes and has been 
proposed to mediate iron release from lysosomes and late endo-
somes (55, 56). More recent data suggests that type IV mucolipido-
sis-associated protein (TRPML1) is responsible for release of Fe2+ 
and other trace metals (e.g., Mn2+ and Zn2+) into the cytosol (57). 
DMT1 and TRPML1 are specific for Fe2+, and thus endosomal iron 
release requires intralysosomal reduction of Fe3+ to Fe2+. The endo-

somal ferrireductase involved is the product of the six-transmem-
brane epithelial antigen of the prostate 3 (Steap3) gene (58). 

Mitochondrial Permeability Transition

In the mitochondrial permeability transition (MPT), high-con-
ductance permeability transition (PT) pores open that make the 
mitochondrial inner membrane nonselectively permeable to all 
solutes of molecular mass up to approximately 1500 Da (59, 60). 
Calcium ion, oxidative stress, and numerous reactive chemicals 
induce onset of the MPT, whereas cyclosporin A (CsA) and pH 
less than 7 inhibit pore opening. After MPT onset, mitochondrial 
depolarize and undergo large-amplitude swelling driven by colloid 
osmotic forces, which are the hallmarks of the MPT. Swelling leads 
to rupture of the mitochondrial outer membrane and release of 
proapoptotic cytochrome c and other factors from the intermem-
brane space.

The composition of PT pores is poorly understood and con-
troversial. In one model, PT pores are comprised of the adenine 
nucleotide transporter (ANT) from the inner membrane, the volt-
age dependent anion channel (VDAC) from the outer membrane, 
cyclophilin D (CypD) from the matrix, and possibly other proteins 
[reviewed in (61, 62)]. However, genetic knockout studies show 
that the MPT still occurs in mitochondria that are deficient in ANT 
and VDAC (63–65). Moreover, although CypD underlies PT pore 
inhibition by cyclosporin A, a cyclosporin A-insensitive MPT still 
occurs in CypD-deficient mitochondria (66, 67). An alternative 
model is that PT pores arise from misfolded mitochondrial mem-
brane proteins damaged by oxidative stress and other stresses. 
Such misfolded proteins aggregate at hydrophilic surfaces thrust 
into the lipid bilayer to form hydrated aqueous channels. CypD 
and other molecular chaperones would act to close these channels 
until opened by specific stimuli, such as high levels of Ca2+ (68). 
Anion transporters like ANT and the phosphate and aspartate/glu-
tamate carriers seem to be particularly vulnerable to damage and 
readily misfold to support PT pore formation (69–72).

Release of Chelatable Iron after Lysosomal/
Endosomal Compartment Alkalinization

Ferrous (Fe2+) but not ferric (Fe3+) iron quenches the green fluores-
cence of calcein, which can be used to visualize changes of chelat-
able Fe2+ (73, 74). In cells that are loaded with calcein and then 
placed under conditions of oxidative stress, hypoxia, ischemia-
reperfusion, or acetaminophen toxicity, a decline in green fluores-
cence is observed that precedes cell death (75–77). The membrane-
permeable iron chelator dipyridyl can restore fluorescence, and 
desferal (also an iron chelator) protects against cytotoxicity (46, 
78–80). Overall, these observations signify that oxidative stress, 
hypoxia, and acetaminophen intoxication produce an increase of 
chelatable Fe2+. The source of Fe2+ appears to be the lysosomal/
endosomal compartment, as lysosomes are observed to rupture 
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during the course of hypoxia/ischemia, oxidative stress, acetamino-
phen toxicity and instances of hepatocellular apoptosis (75, 81, 82). 
The chelatable iron that is released in this way then contributes to 
iron-dependent ROS formation, MPT onset, and cell death.

Bafilomycin inhibits the vacuolar (endosomal and lysosomal) 
proton-pumping ATPase, leading to vacuolar alkalinization. In 
calcein-loaded hepatocytes, bafilomycin treatment raises cytosolic 
levels of Fe2+ (as indicated by quenching of green fluorescence) 
over the course of tens of minutes, an effect blocked nearly com-
pletely by desferal (Figure 2B) (83). The magnitude of the bafilo-
mycin-mediated increase of Fe2+ is significant (approximating 300 
μM if we assume a 1-to-1 stoichiometry of Fe2+ binding to calcein) 
(Figure 2B). Desferal that is conjugated to starch, and therefore 
rendered membrane-impermeable, also prevents calcein quenching 
after the bafilomycin treatment (Figure 2B) (83). Given that starch-
desferal is taken up by endocytosis into the lysosomal-endosomal 
compartment (75), its ability to prevent the bafilomycin-mediated 
increase in cytosolic Fe2+ implicates lysosomes/endosomes as the 
likely source of the chelatable Fe2+ that shows up in the cytosol of 
cells treated with bafilomycin alone (Figure 2B)..

Chelatable Iron and Cytotoxicity after  
Oxidative Stress and Drug Toxicity

Hepatocytes are generally resistant to oxidative stress induced at 
low doses of tBH (59, 83). Similarly, bafilomycin alone does not 
cause cytotoxicity; however, combination treatment with tBH 
plus bafilomycin results in substantial cell killing, accompanied 
by elevated ROS production and onset of the MPT. Desferal and 
starch-desferal prevent this cytotoxicity and block enhanced ROS 
production and MPT onset (83). Such results illustrate that mobi-
lization of chelatable iron from lysosomes/endosomes potentiates 
oxidant stress–induced cytotoxicity.

Similarly, mobilization of chelatable iron contributes to acet-
aminophen hepatotoxicity. In mouse hepatocytes, acetaminophen 
causes progressive lysosomal rupture and an increase in cytosolic 
Fe2+ (as indicated by quenching of calcein fluorescence) that is fol-
lowed by mitochondrial depolarization and onset of the MPT (77). 
Desferal and starch-desferal prevent the acetaminophen-induced 
increase in cytosolic Fe2+ and mitochondrial depolarization. These 
results are consistent with the conclusion that mobilization of Fe2+ 
from lysosomes/endosomes contributes to acetaminophen cytotox-
icity by triggering the MPT. 

Iron Uptake by Mitochondria

Calcein can be loaded selectively into mitochondria and lysosomes 
(76, 84) so that chelatable Fe2+ levels can be monitored according to 
its respective compartmentalization. Over the course of bafilomycin 
treatment as discussed above, mitochondrial calcein fluorescence 
becomes quenched, whereas calcein fluorescence in lysosomes 
increases (Figure 2C) (83), signifying an increase in mitochondrial 

Fe2+ and a decrease in lysosomal Fe2+. Both desferal and starch-
desferal suppress the bafilomycin-induced rise in mitochondrial 
Fe2+. The pathway of Fe2+ entry into mitochondria appears to be 
the calcium uniporter, because Ru360 (85), a highly specific inhibi-
tor of the mitochondrial calcium uniporter, Ru360, also blocks the 
bafilomycin-induced increase in mitochondrial Fe2+ (Figure 2C), 
and the uniporter catalyzes uptake of Fe2+ but not Fe3+ in isolated 
liver mitochondria (86). The molecular identity of the mitochon-
drial calcium uniporter remains elusive, despite its discovery more 
than a half century ago. Recently, mitoferrins 1 and 2 were identi-
fied as mediating mitochondrial iron uptake (87, 88). It remains to 
be determined whether mitoferrin 1/2 is, in fact, the mitochondrial 
calcium uniporter or if the mitoferrins represent an independent 
higher-affinity iron uptake pathway into mitochondria. 

Iron Mobilization to Mitochondria as a  
Second “Hit” in Oxidative Stress and  
Drug-Induced Hepatotoxicity

Ferrous iron (Fe2+) catalyzes the formation the OH⋅ from H
2
O

2
 to 

promote lipid peroxidation and other deleterious effects (34). After 
bafilomycin treatment, however, the resulting increase of chelat-
able Fe2+ is not sufficient to enhance ROS formation, the MPT, and 
cell death. Similarly, mild oxidative stress is insufficient to produce 
cytotoxicity. Rather, two “hits” of oxidant stress and increased che-
latable Fe2+ are necessary (Figure 2D). The subcellular location of 
H

2
O

2
 and chelatable iron is also important. During oxidative stress 

and ischemia-reperfusion, hydroperoxide formation occurs pri-
marily within mitochondria (46, 78). Thus, to augment OH⋅ for-
mation, Fe2+ must be transported into mitochondria. In this way, 
the two required hits—mitochondrial H

2
O

2
 generation and uptake 

of chelatable iron—are provided, promoting lipid peroxidation, 
the MPT, and other deleterious effects, leading ultimately to cell 
death (Figure 2D). Overall, the mobilization of chelatable iron 
from lysosomes to mitochondria is an important factor in hepato-
cellular injury associated with oxidative stress and drug toxicity.

Interplay of Signal Transduction and 
Mitochondria in the Acetaminophen Model

Acetaminophen is the leading cause of DILI in the US (89). In 
addition, acetaminophen-induced liver injury in animals provides 
a valuable model for studying the molecular mechanisms of DILI 
in humans. The interplay between signal transduction pathways 
and mitochondria that mediates acetaminophen-induced liver 
injury can be broken down into discrete steps, including two hits 
to mitochondria: 1) an upstream hit to mitochondria that initiates 
mitochondrial injury and increased ROS generation; 2) the activa-
tion of signal transduction pathways in the cytoplasm by ROS gen-
erated by mitochondria; and 3) a downstream hit to mitochondria 
caused by JNK and GSK-3β translocation that leads to MPT and 
hepatocyte death (Figure 3) (90–92).
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The Upstream Hit to Mitochondria

The first hit to mitochondria in this model is mediated by N-acetyl-
p-benzo-quinoneimine (NAPQI), the reactive metabolite of acet-
aminophen. Acetaminophen is converted by cytochrome P450 
(CYP) isoform 2E1 (CYP2E1) to NAPQI, which covalently binds to 
protein thiols and depletes GSH in the cytoplasm and mitochon-
dria (93). At hepatotoxic doses of acetaminophen (~ 200-300 mg/
kg), depletion of GSH and covalent binding by NAPQI cause the 
partial inhibition of mitochondrial respiration (94, 95) and promote 
the production of ROS by mitochondria (91). However, this level 
of mitochondria inhibition is insufficient to induce MPT or cause 
hepatocyte death. The loss of GSH caused by NAPQI is likely an 
important factor in causing increased ROS production from mito-
chondria, because GSH is an essential cofactor for GSH peroxidase, 
which detoxifies H

2
O

2
 in the mitochondrial matrix (96). 

Mitochondria in Signal Transduction:  
JNK and GSK-3β 

ROS generated by mitochondria activate signal transduction path-
ways in the cytoplasm, and the many signaling pathways that 
are activated in liver following acetaminophen treatment include 
JNK, glycogen synthase kinase 3β (GSK-3β), and Akt (i.e., protein 
kinase B) (92). ROS generated from mitochondria are respon-
sible for the activation of JNK in the cytoplasm, and may also be 
involved in the activation of GSK-3β. The activation of JNK by 
mitochondrial ROS probably involves ASK-1 (i.e., MAPKKK). 
ASK-1 associates with reduced thioredoxin, and this association 
inhibits ASK-1 activity, which provides the basis for ASK-1 activa-
tion by ROS (97). Thioredoxin is oxidized by ROS, resulting in its 
disassociation from ASK-1 and leading to ASK-1 self-activation. 
Once activated, ASK-1 phosphorylates and activates MKK 4/7, 
which then phosphorylates and activates JNK. The importance of 
ASK-1 in acetaminophen hepatotoxicity was supported in recent 
studies that demonstrated that knocking out ASK-1 blunted JNK 
activation and prevented acetaminophen-induced liver injury (98). 
However, ASK-1 is not the only factor involved in JNK activation 

following acetaminophen treatment, as ASK-1 knockout studies 
indicate the existence of an ASK-1–independent phase (~1.5 h) of 
JNK activation in addition to the ASK-1 dependent phase (~3 h). 
The ASK-1–independent phase of JNK activation following acet-
aminophen treatment may be mediated by GSK-3β. Specifically, 
we have observed that GSK-3β is phosphorylated at an early time 
point (~1h) following acetaminophen treatment (92). Although 
phosphorylation of GSK-3β can either reduce or increase its activ-
ity (i.e., phosphorylation of either Ser9 or Tyr216, respectively), 
the observation of an increase in the phosphorylation of glycogen 
synthase, the downstream target of GSK-3β, suggests an overall 
increase in GSK-3β activity following acetaminophen treatment. 
The antisense silencing of GSK-3β delays (~4 h) and blunts acet-
aminophen-induced JNK activation in liver. GSK-3β modulation 
of JNK activity may be mediated by mixed lineage kinase (MLK) 
and mitogen-activated protein kinase/extracellular signal-regulated 
kinase kinase kinase 1 (MEKK1), both of which have been shown 
to be regulated by GSK-3β (99, 100).

The Downstream Hit to Mitochondria

Following their activation at hepatotoxic doses of acetamino-
phen, both JNK and GSK-3β have been shown to translocate to 
mitochondria and promote hepatocyte death (90, 92). Indeed, the 
translocation of kinases such as JNK and GSK-3β to mitochon-
dria is a growing theme in many pathologies. In the ischemia-
reperfusion heart model, GSK-3β has been shown to translocate 
to mitochondria and bind to voltage-dependent anion channels 
(VDAC) and/or myeloid cell leukemia sequence (Mcl-1) to regu-
late MPT and promote cell death (101–103). JNK translocation 
to mitochondria promotes release of apoptotic factors, such as 
cytochrome c, Smac, and AIF, in several cell models following 
various stresses (104–106). We demonstrated that active puri-
fied JNK inhibits respiration in mitochondria isolated from mice 
after treatment with acetaminophen plus a JNK inhibitor (mito-
chondria with GSH depleted and covalent binding but no JNK 
translocation) (91). However, the addition of purified active JNK 
to mitochondria isolated from control mice had no effect on mito-
chondrial respiration, suggesting JNK only affects redox-modified 
mitochondria. The inhibitory effect of active JNK on mitochon-
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Figure 3. Interplay of signal transduction and mitochondria in acetamin-
ophen-induced liver injury. Acetaminophen is metabolized by CYP2E1 to 
produce the reactive intermediate NAPQI, which modifies mitochondrial pro-
teins and depletes mitochondrial GSH (first hit). The latter leads to increased 
ROS production, which activates ASK-1, thereby leading to JNK activation. 
Mitochondrial ROS may also be involved in GSK-3β activation, which in turn 
helps activate JNK, possibly through MAPKKK. Once activated, both GSK-3β 
and JNK translocate to mitochondria, thereby providing a sustained second 
hit. Mcl-1, an important anti-apoptotic protein in mitochondrial membranes, is 
phosphorylated by GSK-3β, which promotes its degradation. The translocation 
of GSK-3β and JNK to mitochondria promotes the mitochondrial permeability 
transition pore opening, full collapse of mitochondrial function, and hepatocyte 
death. See text for details.
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drial bioenergetics in redox-modified mitochondria is prevented 
by co-treatment with cyclosporine A, an inhibitor of MPT. We thus 
suggest that JNK may inhibit mitochondrial respiration in redox-
modified mitochondria by inducing MPT. The mechanism by 
which JNK modulates redox-modified mitochondria has not been 
characterized, but bcl-xl and bax are some known downstream 
targets of JNK in mitochondria (107). The importance of GSK-3β 
translocation (as opposed to JNK translocation) in mitochondria 
during acetaminophen–induced liver injury has not been fully 
determined. GSK-3β translocation promotes degradation of Mcl-1, 
an important anti-apoptotic protein in mitochondrial membranes 

(92). The degradation of mcl-1 may alter the balance of pro- and 
anti-apoptotic proteins in mitochondria in favor of eliciting MPT. 
Acetaminophen hepatotoxicty is associated with both the loss of 
antiapoptotic factors (Mcl-1 degradation, bcl-xl and bcl-2 phos-
phorylation and inactivation) and an increase in proapoptotic 
proteins in mitochondria (bax translocation) (90, 92, 107). More 
studies are needed to determine whether GSK-3β translocation to 
mitochondria is essential in acetaminophen-induced liver injury 
and whether GSK-3β works with JNK to modulate mitochondria 
bioenergetics and MPT. 

The Shifting View of Drug Hepatotoxicity

The complex interplay between mitochondria and signal trans-
duction pathways that involve JNK and GSK-3β is essential in 
mediating acetaminophen-induced liver injury. Traditionally, 
acetaminophen-induced liver injury had been viewed as a passive 
process that ensued after overwhelming injury caused by NAPQI. 
It is now becoming clear that acetaminophen hepatotoxicity is 
an active process, depending on specific signaling molecules that 
interact with mitochondrial functions. The activation of JNK 
and GSK-3β in inducing hepatocyte death reflects dynamics that 
extend beyond the direct depletion of GSH as a consequence of 
acetaminophen metabolism. Because mitochondrial dysfunction 
and oxidative stress are important components of liver injury 
caused by many drugs, elucidation of the signal transduction path-
ways that affect mitochondria will likely be relevant in a diversity 
of clinical settings.
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Figure 4. Thresholds for the precipitation of idiosyncratic drug-induced 
liver injury (DILI) in susceptible patients. The molecular mechanisms that 
contribute to idiosyncratic DILI can be considered in terms of oxidative injury 
to mitochondria. A. Hypothetical relationship between cumulative mito-
chondrial injury and manifestation of liver injury. The dotted line (threshold) 
represents the “no-apparent-effect level.” (See text for details.) B. Sources and 
consequences of oxidative/nitrative stress in hepatic mitochondria. Upon 
deficiencies in components of the electron transport chain (ETC), or by experi-
mentally decreasing the expression of superoxide dismutase-2 (SOD2), the 
steady-state levels of superoxide anion radical will rise, leading to inactivation 
of sensitive proteins, such as aconitase or other iron-sulfur cluster-containing 
proteins (ETC subunits). Alternatively, increased levels of nitric oxide (NO) 
will readily produce peroxynitrite (ONOO–), which can compromise sensitive 
proteins including aconitase, complex I, SOD2, and cytochrome c; ONOO– can 
also produce ultra-reactive hydroxyl radicals. Certain drugs associated with 
DILI can enhance mitochondrial stress through a number of modes, includ-
ing an increase in cytosolic (free) Ca2+ levels, which among other actions can 
activate mitochondrial nitric oxide synthase (NOS). Oxidative/nitrative stress in 
mitochondria can damage mitochondrial DNA, initiating a catastrophic cycle of 
dysfunction as abnormal expression of ETC subunits results in further oxidative 
damage. (MOMP, mitochondrial outer membrane permeabilization; OM, outer 
membrane; IM, inner membrane.) C. Hypothetical scheme depicting the dif-
ferential exposure-toxic response relationship against the threshold for 
inducing overt liver injury. The concept implies that, in normal individuals, 
drug-mediated injury to mitochondria is mild and does not reach the threshold 
for liver injury (lower curve; see text for details). In contrast, genetic and envi-
ronmental factors may impair mitochondrial function, so that the drug-related 
cumulative mitochondrial injury is more severe, crossing the threshold to overt 
hepatocellular injury, and DILI may ensue (upper curve). The dotted lines repre-
sent possible resolution of the injury after discontinuation of drug exposure. 
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The Threshold Hypothesis of 
Mitochondrial Participation in 
Idiosyncratic DILI

One of the most striking and puzzling clinical hallmarks of idio-
syncratic (host-dependent) DILI is the delayed onset of the dis-
ease. In fact, the time between initiation of daily drug treatment 
and the presentation of biochemical markers and clinical symp-
toms of liver injury can vary from a few weeks to several months, 
sometimes even exceeding a year (89). The reason for the long lag, 
often followed by an abrupt progression to DILI, is currently not 
known. However, it is clear, for the vast majority of drugs, that the 
delayed time to onset is not related to a gradual accumulation (of 
drug or drug metabolite) that would eventually lead to critical and 
toxicologically relevant concentrations in the liver. Instead, the 
lag time could be explained by an accumulating effect of a drug. 
This notion, together with experimental findings, is in line with 
the concept that mitochondria are involved in the etiology of DILI, 
because damage to mitochondria often reflects successive chemical 
insults, such that no immediate cause for functional changes or 
pathological alterations can be established. There is indeed experi-
mental evidence that prolonged injury to mitochondria, such as 
that which typifies oxidative injury to mitochondrial DNA or to 
components of the electron transport chain (ETC), has to cross a 
certain threshold (or a number of thresholds) before cell damage 
or cell death becomes manifest (Figure 4A).

Threshold Effects in Mitochondrial Toxicity

A number of efficient safety mechanisms are in place within mito-
chondria to protect cells from high rates of drug-induced mutation, 
protein oxidation, and the potentially dire consequences of mito-
chondrial dysfunction per se (108). For example, at the functional 
level, decreases in expression of certain subunits of ETC complexes 
do not evoke commensurate decreases in ETC activity and ATP 
production, unless a certain threshold is reached. Studies with 
brain mitochondria have revealed that severe impairment in ATP 
synthesis and oxygen consumption stemming from decreased activ-
ity in respiratory complexes I, III, and IV require certain thresholds 
of inhibition [approximately 25%, 80%, and 70%, inhibition, 
respectively (109)]. Furthermore, there are also thresholds in place 
at the genetic level; for example, approximately 60% of mitochon-
drial DNA must be deleted from the mouse genome before com-
plex IV activity is compromised and serum levels of lactate are ele-
vated (110). This non-linear response can be explained upon con-
sideration that the molecules that subserve mitochondrial function 
(e.g., mitochondrial DNA, mRNA, and ETC proteins) are present in 
excess of amounts required for normal cell function. This reserve 
(or buffering) capacity acts as a protective mechanism; however, 
at a certain stage of damage, the supply of biomolecules needed to 
support wild-type mitochondrial function becomes compromised 
(108). In addition, the hepatocyte harbors thousands of mitochon-

dria that are in a dynamic equilibrium between fission and fusion, 
which is totally independent of the cell cycle. Oxidatively damaged 
mitochondria, if not eliminated, can be superseded by proliferation 
of wild-type mitochondria.

Although mitochondrial threshold effects can plausibly 
explain tolerance and delayed onset of DILI in susceptible patients, 
evidence for this mode of action has been rather circumstantial. 
To provide the proof of concept and investigate molecular mecha-
nisms, novel experimental models are urgently needed for analysis 
of threshold effects and mitochondrial participation in idiosyncrat-
ic DILI. Although the threshold to overt liver injury is not crossed 
in the vast majority of patients, we have recently hypothesized that 
underlying mitochondrial abnormalities (genetic or acquired) in 
certain patients might combine with a superimposed drug stress, 
leading to overt DILI (111). One approach to model this concept is 
the utilization of animal models in which mitochondrial function 
is compromised (112, 113). Ideally, the mitochondrial dysfunction 
in such animals should be mild and not “clinically” obvious—in 
fact, a number of human mitochondrial genetic diseases that are 
clinically discreet are being diagnosed at unexpected rates (114). 
Furthermore, because the vast majority of human mitochondrial 
mutations lead to abnormal electron transport and intramitochon-
drial oxidant stress (115), we sought to model mild mitochondrial 
oxidant stress. Towards this end, we recently adopted a heterozy-
gous Sod2 knockout mouse and developed it as a potential model 
to study the mechanisms of mitochondria-mediated liver injury 
and the involvement of threshold effects. The purpose of using 
this genetically modified animal model was not to mimic human 
polymorphisms in Sod2, but rather to provide an in vivo approach 
to investigating mild mitochondrial oxidant stress, a general con-
sequence of a wide range of genetic or acquired ETC changes. 

Drug-Induced Mitochondrial Changes and  
Liver Injury in the Sod2+/– Mouse Model

Heterozygous knockout of Sod2, a nuclear gene that encodes the 
mitochondrion-specific Mn-SOD, generates viable mice that do 
not readily appear to differ from wild-type animals; however, the 
knockout mice are more prone to mitochondrial oxidant stress, 
manifesting increased steady-state levels of superoxide, decreased 
complex I activity, and age-dependent increases in mitochondrial 
DNA oxidation (116–118). The genetic background of the knock-
out mice is crucial; for example, knockout mice generated on a 
C57BL/6J background additionally feature a spontaneous mutation 
leading to functional deficiency of nicotinamide nucleotide trans-
locase (NNT) (119), which makes these mice even more vulner-
able to oxidant stress because their ability to regenerate reduced 
glutathione in the mitochondrial matrix is compromised. We have 
recently compared Sod2+/– mice and wild-type controls for their 
responsiveness to therapeutically relevant doses of a number of 
DILI-associated drugs (e.g., nimesulide, troglitazone, flutamide, 
trovafloxacin, tolcapone). Over a 28-day period, we analyzed the 
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time-dependent effects of these drugs on mitochondrial function. 
We found two major consequences. First, all the investigated drugs 
invariably decreased the activity of key mitochondrial proteins that 
are sensitive to oxidant stress (e.g., aconitase-2, complex I) and 
often decreased the expression of mitochondrial (but not nuclear) 
genes (120). Second, we found that these markers of mitochondrial 
injury became apparent only after four weeks, although a number 
of cytoprotective pathways were activated within two weeks. It thus 
appears that an initial adaptive response was followed by a toxic 
response (121), possibly also involving a threshold. Interestingly, 
these biomarkers were specific for DILI-associated drugs, as a num-
ber of bioisosteric analogs that are not associated with liver injury 
in patients failed to elicit significant mitochondrial oxidative injury.

Mechanistic Studies of Drug-Induced 
Mitochondrial Injury in the Sod2+/– Model

Increased steady-state levels of mitochondrial superoxide, arising 
from reduction of Sod2 activity in the Sod+/–mice (i.e., approximate-
ly half the wild-type activity), may be exacerbated by drugs that 
directly target the ETC [e.g., the complex I inhibitors flutamide 
and troglitazone (122)]. The increased amount of superoxide raises 
two considerations. First, superoxide that escapes dismutation to 
hydrogen peroxide cannot cross the inner mitochondrial mem-
brane and can oxidize [Fe-S]-containing enzymes (e.g., aconitase 
and complex I/III subunits). Alternatively, superoxide can rapidly 
react with mitochondrial nitric oxide (NO) to form peroxynitrite 
(ONOO–). For example, the fluoroquinolone antibiotic trovafloxa-
cin (TVX), a typical DILI-associated drug, raises steady-state levels 
of NO in hepatocellular mitochondria (unpublished data). The 
mechanisms are not known, but TVX also increases cytosolic (non-
ferritin-bound) Ca2+, likely activating the Ca2+-dependent mito-
chondrial NO synthase (123) to produce ONOO–. Peroxynitrite 
is dangerous for a number of reasons: i) under acidic conditions, 
it can be degraded to form the extremely reactive hydroxyl radi-
cal; ii) it may directly cause the nitration of aconitase, Sod2, and 
the [Fe-S]-containing subunits of ETC complexes; and iii) it can 
induce mitochondrial permeabilization (Figure 4B) (124). This 
superimposed oxidative/nitrative stress could ultimately push the 
cell across the threshold to observable injury. 

The Practical Application of the Threshold Concept

Increased susceptibility to DILI in murine models is based on 
genetically determined or acquired underlying defects in mito-
chondrial function, enhancing mitochondrial oxidative and/or 
nitrative stress that progressively leads to higher levels of drug-
induced mitochondrial injury, eventually crossing the threshold 
for DILI. If this concept can be confirmed in patients (Figure 4C), 
drug-induced mitochondrial injury (e.g., compromised aconitase 
activity, rather than overt liver injury) could be used as a bio-
marker to predict the potential hepatic liability of new drugs.  
doi:10.1124/mi.10.2.7

Acknowledgments
DH is supported by a Zumberge award (Office of the Provost, 
University of Southern California) and the National Institutes of 
Heath [Grant AA016911]. JLL is supported in part by the National 
Institutes of Health [Grants DK037034, DK070195, DK070844, 
DK073336, AA016011]. DPJ is supported by the National 
Institutes of Health [Grants ES011195, ES009047, ES016731]. 
UAB is supported by research grants from Pfizer, Inc. and Helsinn 
Healthcare S.A. NK and DH are supported by the National 
Institutes of Health [Grants DK067215, DK48522].

References
Jones DP, Carlson JL, Mody Jr VC, Cai J, Lynn MJ, and Sternberg Jr P 1. 
(2000) Redox state of glutathione in human plasma. Free Rad Biol Med 
28:625-635.

Jones DP, Mody Jr VC, Carlson JL, Lynn MJ, and Sternberg Jr P (2002) 2. 
Redox analysis of human plasma allows separation of pro-oxidant 
events of aging from decline in antioxidant defenses. Free Rad Biol Med 
33:1290-1300 

Nkabyo YS, Ziegler TR, Gu LH, Watson WH, and Jones DP (2002) 3. 
Glutathione and thioredoxin redox in a human colon carcinoma (Caco-2) 
cell line during differentiation. Am J Physiol 283:G1352-G1359 

Jones DP (2006) Redefining oxidative stress. 4. Antiox Redox Signal 
8:1865-1879.

Sies H and Jones DP (2007) Oxidative stress, in 5. Encyclopedia of 
Stress, 2nd ed. (Fink G ed) pp 45-48, Oxford, Elsevier.

Kemp M, Go YM, and Jones DP (2008) Nonequilibrium thermodynamics 6. 
of thiol/disulfide redox systems: a perspective on redox systems biology. 
Free Rad Biol Med 44:921-937.

Go YM and Jones DP (2008) Redox compartmentalization in eukaryotic 7. 
cells. Biochim Biophys Acta 1780:1273-1290.

Jones DP (2006) Disruption of mitochondrial redox circuitry in oxidative 8. 
stress. Chem Biol Interact 163:38-53. 

Jones DP (2008) Radical-free biology of oxidative stress. 9. Am J Physiol 
Cell Physiol 295:C849-868.

Halvey PJ, Hansen JM, Lash LH, and Jones DP (2008) 10. 
Compartmentation of redox signaling and control: discrimination of oxi-
dative stress in mitochondria, cytoplasm, nuclei and endoplasmic reticu-
lum, in Mitochondrial Dysfunction in Drug-Induced Toxicity (Will Y and 
Dykens J eds) pp 433-462, John Wiley and Sons, Hoboken.

Hansen, JM, Zhang, H, and Jones, DP (2006) Mitochondrial thiore-11. 
doxin-2 has a key role in determining tumor necrosis factor-{alpha}-
induced ROS generation, NF-{kappa}B activation and apoptosis. Tox Sci 
91:643-650.

Go YM, Craige SE, Orr M, Gernert KM, and Jones DP (2009) Gene and 12. 
protein responses of human monocytes to extracellular cysteine redox 
potential. Toxicol Sci 112:354-362.

Meredith MJ and Reed DJ (1982) Status of the mitochondrial pool of 13. 
glutathione in the isolated hepatocyte. J Biol Chem 257:3747–3753.

Chen Y, Cai J, Murphy TJ, and Jones DP (2002) Overexpressed human 14. 
mitochondrial thioredoxin confers resistance to oxidant-induced apopto-
sis in human osteosarcoma cells. J Biol Chem 277:33242-33248. 

Chen Y, Cai J, and Jones DP (2006) Mitochondrial thioredoxin in regula-15. 
tion of oxidant-induced cell death. FEBS Lett 580:6596-6602. 

Chen Y, Yu M, Jones DP, Greenamyre JT, and Cai J (2006) Protection 16. 
against oxidant-induced apoptosis by mitochondrial thioredoxin in 
SH-SY5Y neuroblastoma cells. Toxicol Appl Pharmacol 216:256-262.

Chen Y, Go YM, Pohl J, Reed M, Cai J, and Jones DP (2008) Increased 17. 
mitochondrial thioredoxin 2 potentiates N-ethylmaleimide-induced cyto-
toxicity. Chem Res Toxicol 21:1205-1210.



108

Review

Zhang H, Go YM, and Jones DP (2007) Mitochondrial thioredoxin-2/per-18. 
oxiredoxin-3 system functions in parallel with mitochondrial GSH system 
in protection against apoptosis. Arch Biochem Biophys 465:119-126. 

Hansen JM, Zhang H and Jones DP (2006) Differential oxidation of 19. 
thioredoxin-1, thioredoxin-2 and glutathione by metal ions. Free Radical 
Biol Med 40:138-145.

He M, Cai J, Go YM, Johnson JM, Martin WD, et al. (2008) Identification 20. 
of thioredoxin-2 as a regulator of the mitochondrial permeability transi-
tion. Toxicol Sci 105:44-50.

Zhang H, Luo Y, Zhang W et al. (2007) Endothelial-specific expres-21. 
sion of mitochondrial thioredoxin improves endothelial cell function and 
reduces atherosclerotic lesions. Am J Pathol 170:1108–1120.

Armstrong JS, Whiteman M, Yang H, Jones DP, and Sternberg P Jr 22. 
(2004) Cysteine starvation activates redox-dependent mitochondrial per-
meability transition in retinal pigment epithelial cells. Invest Ophthalmol 
Vis Sci 45:4183-4189.

Go YM, Ziegler TR, Johnson JM, Gu L, Hansen JM, and Jones DP 23. 
(2007) Selective protection of nuclear thioredoxin-1 and glutathione 
redox systems against oxidation during glucose and glutamine deficien-
cy in human colonic epithelial cells. Free Radic Biol Med 42:363-370.

Widder JD, Fraccarollo D, Galuppo P, Hansen JM, Jones DP, Ertl G, 24. 
and Bauersachs, J (2009) Attenuation of angiotensin II–induced vas-
cular dysfunction and hypertension by overexpression of thioredoxin 2. 
Hypertension 54:338.

Go YM, Park H, Koval M, Orr M, Reed M, Liang Y, Smith D, Jan Pohl J, 25. 
and Jones DP (2010) A key role for mitochondria in endothelial signal-
ing by plasma cysteine/cystine redox potential. Free Radical Biol Med 
48:275–283.

Jones DP and Liang Y (2009) Measuring the poise of thiol/disulfide 26. 
couples in vivo. Free Radical Biol Med 47:1329–1338.

Go YM and Jones DP (2005) Intracellular proatherogenic events and 27. 
cell adhesion modulated by extracellular thiol/disulfide redox state. 
Circulation 111:2973-2980.

Go, YM, Halvey PJ, Hansen JM, Reed M, Pohl J, and Jones DP (2007) 28. 
Reactive aldehyde modification of thioredoxin-1 activates early step of 
inflammation and cell adhesion. Am J Pathol 171:1670-1681 

Iyer SS, Accardi CJ, Ziegler TR, Blanco RA, Ritzenthaler JD, Rojas M, 29. 
Roman J, and Jones DP (2009) Cysteine redox potential determines 
pro-inflammatory IL-1 levels. Plos One 4:e5017.

Gunawan, BK and Kaplowitz, N (2007) Mechanisms of drug-induced 30. 
liver disease. Clin Liver Dis 11:459-75.

Labbe G, Pessayre D, and Fromenty B (2008) Drug-induced liver injury 31. 
through mitochondrial dysfunction: mechanisms and detection during 
preclinical safety studies. Fundam Clin Pharmacol 22:335-353.

Malhi H and Gores GJ (2008) Cellular and molecular mechanisms of 32. 
liver injury. Gastroenterology 134:1641-1654.

Jaeschke H and Lemasters JJ (2003) Apoptosis versus oncotic necrosis 33. 
in hepatic ischemia/reperfusion injury. Gastroenterology 125:1246-1257.

Kehrer JP (2000) The Haber-Weiss reaction and mechanisms of toxicity. 34. 
Toxicology 149:43-50.

Gutteridge JM and Halliwell B (2000) Free radicals and antioxidants 35. 
in the year 2000. A historical look to the future. Ann N Y Acad Sci 
899:136-147.

Ma Y, de Groot H, Liu Z, Hider RC and Petrat F (2006) Chelation and 36. 
determination of labile iron in primary hepatocytes by pyridinone fluo-
rescent probes. Biochem J 395:49-55.

Ramm GA and Ruddell RG (2005) Hepatotoxicity of iron overload: 37. 
mechanisms of iron-induced hepatic fibrogenesis. Semin Liver Dis 
25:433-449.

Papanikolaou G and Pantopoulos K (2005) Iron metabolism and toxicity. 38. 
Toxicol Appl Pharmacol 202:199-211.

Petersen DR (2005) Alcohol, iron-associated oxidative stress, and can-39. 
cer. Alcohol 35:243-249.

Brewer GJ (2007) Iron and copper toxicity in diseases of aging, particu-40. 
larly atherosclerosis and Alzheimer’s disease. Exp Biol Med 232:323-
335.

Imeryuz N, Tahan V, Sonsuz A, Eren F, Uraz S, Yuksel M, Akpulat S, 41. 
Ozcelik D, Haklar G, Celikel C, Avsar E, and Tozun, N (2007) Iron pre-
loading aggravates nutritional steatohepatitis in rats by increasing apop-
totic cell death. J Hepatol 47:851-859.

Wu D and Cederbaum AI (2009) Oxidative stress and alcoholic liver 42. 
disease. Semin Liver Dis 29:141-154.

Starke PE and Farber JL (1985) Ferric iron and superoxide ions are 43. 
required for the killing of cultured hepatocytes by hydrogen peroxide 
Evidence for the participation of hydroxyl radicals formed by an iron-
catalyzed. Haber-Weiss reaction. J Biol Chem 260:10099-10104.

Kyle ME, Miccadei S, Nakae D, and Farber JL (1987) Superoxide dis-44. 
mutase and catalase protect cultured hepatocytes from the cytotoxicity 
of acetaminophen. Biochem Biophys Res Commun 149:889-896.

Dawson TL, Gores GJ, Nieminen AL, Herman B, and Lemasters JJ 45. 
(1993) Mitochondria as a source of reactive oxygen species during 
reductive stress in rat hepatocytes. Am J Physiol 264:C961-C967.

Nieminen AL, Byrne AM, Herman B, and Lemasters JJ (1997) 46. 
Mitochondrial permeability transition in hepatocytes induced by 
t-BuOOH: NAD(P)H and reactive oxygen species. Am J Physiol 
272:C1286-C1294.

Lemasters JJ (2004) Rusty notions of cell injury. 47. J Hepatol 40:696-698.

Kerkweg U, Li T, de Groot H, and Rauen U (2002) Cold-induced apopto-48. 
sis of rat liver cells in University of Wisconsin solution: the central role of 
chelatable iron. Hepatology 35:560-567.

Rauen U, Petrat F, Sustmann R, and de Groot H (2004) Iron-induced 49. 
mitochondrial permeability transition in cultured hepatocytes. J Hepatol 
40:607-615.

Hochhauser E, Ben Ari Z, Pappo O, Chepurko Y, and Vidne BA (2005) 50. 
TPEN attenuates hepatic apoptotic ischemia/ reperfusion injury and 
remote early cardiac dysfunction. Apoptosis 10:53-62.

Rauen U, Li T, Sustmann R, and de Groot H (2004) Protection against 51. 
iron- and hydrogen peroxide-dependent cell injuries by a novel synthetic 
iron catalase mimic and its precursor, the iron-free ligand. Free Radic 
Biol Med 37:1369-1383.

Chen YY, Ho KP, Xia Q, and Qian ZM (2002) Hydrogen peroxide 52. 
enhances iron-induced injury in isolated heart and ventricular cardio-
myocyte in rats. Mol Cell Biochem 231:61-68.

Day BJ, Fridovich I, and Crapo JD (1997) Manganic porphyrins possess 53. 
catalase activity and protect endothelial cells against hydrogen perox-
ide-mediated injury. Arch Biochem Biophys 347:256-262.

Ponka P and Lok CN (1999) The transferrin receptor: role in health and 54. 
disease. Int J Biochem Cell Biol 31:1111-1137.

Mackenzie B and Garrick MD (2005) Iron Imports II Iron uptake at 55. 
the apical membrane in the intestine. Am J Physiol Gastrointest Liver 
Physiol 289:G981-G986.

Tabuchi M, Yoshimori T, Yamaguchi K, Yoshida T, and Kishi F (2000) 56. 
Human NRAMP2/DMT1, which mediates iron transport across endo-
somal membranes, is localized to late endosomes and lysosomes in 
HEp-2 cells. J Biol Chem 275:22220-22228.

Dong XP, Cheng X, Mills E, Delling M, Wang F, Kurz T and Xu H (2008) 57. 
The type IV mucolipidosis-associated protein TRPML1 is an endolyso-
somal iron release channel. Nature 455:992-996.

Ohgami RS, Campagna DR, Greer, EL, Antiochos B, McDonald A, 58. 
Chen J, Sharp JJ, Fujiwara Y, Barker JE, and Fleming, MD (2005) 
Identification of a ferrireductase required for efficient transferrin-depen-
dent iron uptake in erythroid cells. Nat Genet 37:1264-1269.



109
 April 2010

Volume 10, Issue 2

Putting the Stress on Mitochondria

Hunter DR, Haworth RA, and Southard JH (1976) Relationship between 59. 
configuration, function, and permeability in calcium-treated mitochon-
dria. J Biol Chem 251:5069-5077.

Kim JS, He L and Lemasters JJ (2003) Mitochondrial permeability tran-60. 
sition: a common pathway to necrosis and apoptosis. Biochem Biophys 
Res Commun 304:463-470.

Halestrap AP and Brenner C (2003) The adenine nucleotide translo-61. 
case: a central component of the mitochondrial permeability transition 
pore and key player in cell death. Curr Med Chem 10:1507-1525.

Crompton M, Virji S, Doyle V, Johnson N, and Ward JM (1999) The mito-62. 
chondrial permeability transition pore. Biochem Soc Symp 66:167-79.

Kokoszka JE, Waymire KG, Levy SE, Sligh JE, Cai J, Jones DP, 63. 
MacGregor GR, and Wallace DC (2004) The ADP/ATP translocator is 
not essential for the mitochondrial permeability transition pore. Nature 
427:461-465.

Krauskopf A, Eriksson O, Craigen WJ, Forte MA, and Bernardi P (2006) 64. 
Properties of the permeability transition in VDAC1(-/-) mitochondria. 
Biochim Biophys Acta 1757:590-595.

Juhaszova M, Wang, S, Zorov, DB, Nuss, HB, Gleichmann, M, Mattson, 65. 
MP, and Sollott, SJ (2008) The identity and regulation of the mitochon-
drial permeability transition pore: where the known meets the unknown. 
Ann N Y Acad Sci 1123:197-212.

Forte, M and Bernardi, P (2005) Genetic dissection of the permeability 66. 
transition pore. J Bioenerg Biomembr 37:121-128.

Bernardi P and Forte M (2007) The mitochondrial permeability transition 67. 
pore. Novartis Found Symp 287:157-169.

He L and Lemasters, JJ (2002) Regulated and unregulated mitochon-68. 
drial permeability transition pores: a new paradigm of pore structure and 
function? FEBS Lett 512:1-7.

Dierks T, Salentin A, and Kramer R (1990) Pore-like and carrier-like 69. 
properties of the mitochondrial aspartate/glutamate carrier after modi-
fication by SH-reagents: evidence for a performed channel as a struc-
tural requirement of carrier-mediated transport. Biochim Biophys Acta 
1028:281-288.

Leung AW, Varanyuwatana P, and Halestrap AP (2008) The mitochon-70. 
drial phosphate carrier interacts with cyclophilin D and may play a key 
role in the permeability transition. J Biol Chem 283:26312-26323.

Dierks T, Salentin A, Heberger C, and Kramer R (1990) The mitochon-71. 
drial aspartate/glutamate and ADP/ATP carrier switch from obligate 
counterexchange to unidirectional transport after modification by 
SH-reagents. Biochim Biophys Acta 1028:268-280.

Schroers A, Kramer R, and Wohlrab H (1997) The reversible antiport-72. 
uniport conversion of the phosphate carrier from yeast mitochondria 
depends on the presence of a single cysteine. J Biol Chem 272:10558-
10564.

Petrat F, de Groot H, and Rauen U (2001) Subcellular distribution of 73. 
chelatable iron: a laser scanning microscopic study in isolated hepato-
cytes and liver endothelial cells. Biochem J 356:61-69.

Petrat F, de Groot H, Sustmann R, and Rauen U (2002) The chelat-74. 
able iron pool in living cells: a methodically defined quantity. Biol Chem 
383:489-502.

Zahrebelski G, Nieminen AL, al Ghoul K, Qian T, Herman B, and 75. 
Lemasters JJ (1995) Progression of subcellular changes during chemi-
cal hypoxia to cultured rat hepatocytes: a laser scanning confocal micro-
scopic study. Hepatology 21:1361-1372.

Nieminen AL, Saylor AK, Tesfai SA, Herman B, and Lemasters JJ 76. 
(1995) Contribution of the mitochondrial permeability transition to lethal 
injury after exposure of hepatocytes to t-butylhydroperoxide. Biochem J 
307:99-106.

Kon K, Kim JS, Jaeschke H, and Lemasters JJ (2004) Increase of 77. 
cytosolic ferrous iron induces the mitochondrial permeability transition 
in acetaminophen-induced toxicity to mouse hepatocytes. Hepatology 
40:647A.

Kim JS, Jin Y, and Lemasters JJ (2006) Reactive oxygen species, but 78. 
not Ca2+ overloading, trigger pH- and mitochondrial permeability tran-
sition-dependent death of adult rat myocytes after ischemia-reperfusion. 
Am J Physiol Heart Circ Physiol 290:H2024-H2034.

Sakaida I, Kayano K, Wasaki S, Nagatomi A, Matsumura Y, and Okita K 79. 
(1995) Protection against acetaminophen-induced liver injury in vivo by 
an iron chelator. Deferoxamine. Scand J Gastroenterol 30:61-67.

Schnellmann JG, Pumford NR, Kusewitt DF, Bucci TJ, and Hinson JA 80. 
(1999) Deferoxamine delays the development of the hepatotoxicity of 
acetaminophen in mice. Toxicol Lett 106:79-88.

Kurz, T, Terman A, and Brunk UT (2007) Autophagy, ageing and apop-81. 
tosis: the role of oxidative stress and lysosomal iron. Arch Biochem 
Biophys 462:220-230.

Werneburg NW, Guicciardi ME, Bronk SF, and Gores GJ (2002) 82. 
Tumor necrosis factor-alpha-associated lysosomal permeabilization 
is cathepsin B dependent. Am J Physiol Gastrointest Liver Physiol 
283:G947-G956.

Uchiyama A, Kim JS, Kon K, Jaeschke H, Ikejima K, Watanabe S, and 83. 
Lemasters JJ (2008) Translocation of iron from lysosomes into mito-
chondria is a key event during oxidative stress-induced hepatocellular 
injury. Hepatology 48:1644-1654.

Lemasters JJ, Trollinger DR, Qian T, Cascio WE, and Ohata H (1999) 84. 
Confocal imaging of Ca2+, pH, electrical potential, and membrane per-
meability in single living cells. Methods Enzymol 302:341-358.

Ying WL, Emerson J, Clarke MJ, and Sanadi DR (1991) Inhibition of 85. 
mitochondrial calcium ion transport by an oxo-bridged dinuclear ruthe-
nium ammine complex. Biochemistry 30:4949-4952.

Flatmark T and Romslo I (1975) Energy-dependent accumulation of iron 86. 
by isolated rat liver mitochondria Requirement of reducing equivalents 
and evidence for a unidirectional flux of Fe(II) across the inner mem-
brane. J Biol Chem 250:6433-6438.

Shaw GC, Cope JJ, Li L et al. (2006) Mitoferrin is essential for erythroid 87. 
iron assimilation. Nature 440:96-100.

Paradkar PN, Zumbrennen KB, Paw BH, Ward DM, and Kaplan J (2009) 88. 
Regulation of mitochondrial iron import through differential turnover of 
mitoferrin 1 and mitoferrin 2. Mol Cell Biol 29:1007-1016.

Kaplowitz N (2005)Idiosyncratic drug hepatotoxicity. 89. Nat Rev Drug 
Discov 4:489-499.

Han D, Shinohara M, Ybanez MD, Saberi B, and Kaplowitz N (2010) 90. 
Signal transduction pathways involved in drug-induced liver injury. 
Handb Exp Pharmacol 196:267-310.

Hanawa N, Shinohara M, Saberi B, Gaarde WA, Han D, and Kaplowitz 91. 
N (2008) Role of JNK translocation to mitochondria leading to inhibition 
of mitochondria bioenergetics in acetaminophen-induced liver injury. J 
Biol Chem 283:13565-13577.

Shinohara M, Ybanez MD, Win S, Than TA, Jain S, Gaarde WA, Han 92. 
D, and Kaplowitz N (2010) Silencing glycogen synthase kinase-3{beta} 
inhibits acetaminophen hepatotoxicity and attenuates JNK activa-
tion and loss of glutamate cysteine ligase and myeloid cell leukemia 
sequence 1. J Biol Chem 285:8824-8855.

Hinson JA, Reid AB, McCullough SS, and James LP (2004) 93. 
Acetaminophen-induced hepatotoxicity: role of metabolic activation, 
reactive oxygen/nitrogen species, and mitochondrial permeability transi-
tion. Drug Metab Rev 36:805-822.

Burcham PC and Harman AW (1991) Acetaminophen toxicity results 94. 
in site-specific mitochondrial damage in isolated mouse hepatocytes. J 
Biol Chem 266:5049-5054 



110

Review

Esterline RL, Ray SD, and Ji S (1989) Reversible and irreversible 95. 
inhibition of hepatic mitochondrial respiration by acetaminophen and 
its toxic metabolite, N-acetyl-p-benzoquinoneimine (NAPQI). Biochem 
Pharmacol 38:2387-2390.

Han D, Canali R, Rettor D, and (2003) Kaplowitz N Effect of glutathione 96. 
depletion on sites and topology of superoxide and hydrogen peroxide 
production in mitochondria. Mol Pharmacol 64:1136-1144.

Saitoh M, Nishitoh H, Fujii M, Takeda K, Tobiume K, Sawada Y, 97. 
Kawabata M, Miyazono K, and (1998) Ichijo H Mammalian thioredoxin is 
a direct inhibitor of apoptosis signal-regulating kinase (ASK) 1. EMBO J 
17:2596-2606.

Nakagawa H, Maeda S, Hikiba Y et al. (2008)Deletion of apoptosis 98. 
signal-regulating kinase 1 attenuates acetaminophen-induced liver 
injury by inhibiting c-Jun N-terminal kinase activation. Gastroenterology 
135:1311-1321.

Mishra R, Barthwal MK, Sondarva G, Rana B, Wong L, Chatterjee M, 99. 
Woodgett JR, and Rana A (2007) Glycogen synthase kinase-3beta 
induces neuronal cell death via direct phosphorylation of mixed lineage 
kinase 3. J Biol Chem 282:30393-30405.

Kim JW, Lee JE, Kim MJ, Cho EG, Cho SG and Choi, EJ (2003) 100. 
Glycogen synthase kinase 3 beta is a natural activator of mitogen-acti-
vated protein kinase/extracellular signal-regulated kinase kinase kinase 
1 (MEKK1). J Biol Chem 278:13995-14001.

Juhaszova MJ, Zorov DB, and Kim SH (2004) Glycogen synthase 101. 
kinase-3beta mediates convergence of protection signaling to inhibit the 
mitochondrial permeability transition pore. J Clin Invest 113:1535-1549.

Das S, Wong R, Rajapakse N, Murphy E, and Steenbergen C (2008) 102. 
Glycogen synthase kinase 3 inhibition slows mitochondrial adenine 
nucleotide transport and regulates voltage-dependent anion channel 
phosphorylation. Circ Res 103:983-991.

Maurer U, Charvet C, Wagman A S, Dejardin E, and Green DR (2006) 103. 
Glycogen synthase kinase-3 regulates mitochondrial outer membrane 
permeabilization and apoptosis by destabilization of MCL-1. Mol Cell 
21:749-760 

Aoki H, Kang PM, Hampe J, Yoshimura K, Noma T, Matsuzaki M, and 104. 
Izumo S (2002) Direct activation of mitochondrial apoptosis machinery 
by c-Jun N-terminal kinase in adult cardiac myocytes. J Biol Chem 
277:10244-10250.

Chauhan D, Li G, Hideshima T et al. (2003) JNK-dependent release 105. 
of mitochondrial protein, Smac, during apoptosis in multiple myeloma 
(MM) cells. J Biol Chem 278:17593-17596.

Schroeter H, Boyd CS, Ahmed R, Spencer J , Duncan R F, Rice-Evans 106. 
C, and Cadenas E (2003) c-Jun N-terminal kinase (JNK)-mediated mod-
ulation of brain mitochondria function: new target proteins for JNK sig-
nalling in mitochondrion-dependent apoptosis. Biochem J 372:359-369.

Latchoumycandane C, Goh CW, Ong MM, and Boelsterli UA (2007) 107. 
Mitochondrial protection by the JNK inhibitor leflunomide rescues mice 
from acetaminophen-induced liver injury. Hepatology 45:412-421.

Rossignol R, Faustin B, Rocher C, Malgat M, Mazat JP, and Letellier T 108. 
(2003) Mitochondrial threshold effects. Biochem J 370:751-762.

Davey GP, Peuchen S, Clark JB (1998) Energy thresholds in brain mito-109. 
chondria. J Biol Chem 273:12753-12757.

Inoue K, Nakada K, Ogura A, Isobe K, Goto Y, Nonaka I, and Hayashi JI 110. 
(2000) Generation of mice with mitochondrial dysfunction by introducing 
mouse mtDNA carrying a deletion into zygotes. Nature Genet 26:176-
181.

Boelsterli UA and Lim PLK (2007) Mitochondrial abnormalities—a link to 111. 
idiosyncratic drug hepatotoxicity? Toxicol Appl Pharmacol 220:92-107.

Boelsterli UA (2003) Animal models of human disease in drug safety 112. 
assessment. J Toxicol Sci 28:109-121.

Dixit R and Boelsterli UA (2007) Healthy animals and animal models 113. 
of human disease(s) in safety assessment of human pharmaceuticals, 
including therapeutic antibodies. Drug Disc Today 12:336-342.

Marusich MF, Robinson BH, Taanman JW, Kim SJ, Schillace R, Smith 114. 
JL, and Capaldi RA (1997) Expression of mtDNA and nDNA encoded 
respiratory chain proteins in chemically and genetically-derived Rho0 
human fibroblasts: a comparison of subunit proteins in normal fibro-
blasts treated with ethidium bromide and fibroblasts from a patient with 
mtDNA depletion syndrome. Biochim Biophys Acta 1362:145-159.

Moslemi AR and Darin N (2007) Molecular genetic and clinical aspects 115. 
of mitochondrial disorders in childhood Mitochondrion 7:241-252.

Li Y, Huang TT, Carlson EJ, Melov S, Ursell PC, Olson JL, Noble LJ, 116. 
Yoshimura MP, Berger C, Chan PH, Wallace DC, and Epstein CJ (1995) 
Dilated cardiomyopathy and neonatal lethality in mutant mice lacking 
manganese superoxide dismutase. Nat Genet 11:376-381.

Lebovitz RM, Zhang H, Vogel H, Cartwright J, Dionne L, Lu N, Huang S, 117. 
and Matzuk MM (1996) Neurodegeneration, myocardial injury, and peri-
natal death in mitochondrial superoxide dismutase-deficient mice. Proc 
Natl Acad Sci USA 93:9782-9787.

Boelsterli UA and Hsiao CJ (2008) The heterozygous Sod2+/- mouse: 118. 
Modeling the mitochondrial role in drug toxicity. Drug Discov Today 
13:982-988.

Huang TT, Naeemuddin M, Elchuri S, Yamaguchi M, Kozy HM, Carlson 119. 
EJ, and Epstein CJ (2006) Genetic modifiers of the phenotype of mice 
deficient in mitochondrial superoxide dismutase. Human Molec Genet 
15:1187-1194.

Kashimshetty R, Desai VG, Kale VM et al. (2009) Underlying mito-120. 
chondrial dysfunction triggers flutamide-induced oxidative liver injury in 
a mouse model of idiosyncratic drug toxicity. Toxicol Appl Pharmacol 
238:150-159.

Lee YH, Chung MCM, Lin Q, and Boelsterli UA (2008) Troglitazone-121. 
induced hepatic mitochondrial proteome expression dynamics in 
heterozygous Sod2+/- mice: Two-stage oxidative injury. Toxicol Appl 
Pharmacol 231:43-51.

Hynes J, Marroquin LD, Ogurtsov VI,Christiansen KN, Stevens GJ, 122. 
Papkovsky DB, and Will Y (2006) Investigation of drug-induced mito-
chondrial toxicity using fluorescence-based oxygen-sensitive probes. 
Toxicol Sci 92:186-200.

Parihar A, Parihar M, and Ghafourifar P (2008) Significance of mito-123. 
chondrial calcium and nitric oxide for apoptosis of human breast cancer 
cells induced by tamoxifen and etoposide. Int J Molec Med 21:317-324.

Pacher P, Beckman JS, and Liaudet L (2007) Nitric oxide and peroxyni-124. 
trite in health and disease. Physiol Rev 87:315-424.



111
 April 2010

Volume 10, Issue 2

Putting the Stress on Mitochondria

Urs A. Boelsterli, PhD, com-
pleted his doctoral studies in biol-
ogy at the University of Zurich, 
Switzerland. He is currently 
Professor of Toxicology at the 
University of Connecticut, and he 
holds the Boehringer Ingelheim 
Endowed Chair in Mechanistic 
Toxicology. His major research 
interests focus on molecular 

mechanisms of drug-induced liver injury.

Neil Kaplowitz, MD, is Director 
of the USC NIDDK-sponsored 
Research Center for Liver 
Diseases. He holds two endowed 
chairs, the Brem Professor of 
Medicine and the Budnick Chair 
in Liver Diseases, and is Chief of 
the Division of Gastrointestinal 
and Liver Diseases. He is also 
Professor of Physiology & 

Biophysics and Pharmacology & Pharmaceutical Sciences at the 
Keck USC School of Medicine and the USC School of Pharmacy. 
Address correspondence to NK. E-mail kaplowit@usc.edu; fax 
323-442-3243.

Dean P. Jones, PhD, is a Professor 
in the Department of Medicine 
(Pulmonary Division) at Emory 
University in Atlanta, GA. He 
received a PhD in Biochemistry 
from Oregon Health Sciences 
University and subsequently car-
ried out research both in the US 
and abroad. His central research 
focus is on redox mechanisms 

of oxidative stress. He currently directs the Emory Clinical 
Biomarkers Laboratory, which is focused on oxidative stress bio-
markers.

John J. Lemasters, MD, PhD, 
is a Professor in the Department 
of Biochemistry and Molecular 
Biology and Pharmaceutical 
Sciences at the Medical University 
of South Carolina. He is also 
Director of the Center for Cell 
Death, Injury and Regeneration 
at MUSC. His research interests 
concern the cellular and molecu-

lar mechanisms underlying hypoxic and toxic injury to liver and 
heart cells and organs stored for transplantation surgery.

Derick Han, PhD, is Assistant 
Professor of Research Medicine at 
the Keck USC School of Medicine, 
having also completed his doc-
toral studies at USC. His research 
interests focus on oxidative stress, 
redox chemistry, and signal trans-
duction pathways involved in 
liver disease.




