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Abstract: Prolonged activation of the endoplasmic reticulum (ER) stress pathway known as the unfolded protein response
(UPR) can lead to cell pathology and subsequent tissue dysfunction. There is now ample evidence that the UPR is
chronically activated in atherosclerotic lesional cells, particularly advanced lesional macrophages and endothelial cells.
The stressors in advanced lesions that can lead to prolonged activation of the UPR include oxidative stress, oxysterols,
and high levels of intracellular cholesterol and saturated fatty acids. Importantly, these arterial wall stressors may be
especially prominent in the settings of obesity, insulin resistance, and diabetes, all of which promote the clinical
progression of atherosclerosis. In the case of macrophages, prolonged ER stress triggers apoptosis, which in turn leads
to plaque necrosis if the apoptotic cells are not rapidly cleared. ER stress–induced endothelial cell apoptosis may also
contribute to plaque progression. Another potentially important proatherogenic effect of prolonged ER stress is
activation of inflammatory pathways in macrophages and, perhaps in response to atheroprone shear stress, endothelial
cells. Although exciting work over the last decade has begun to shed light on the mechanisms and in vivo relevance of
ER stress– driven atherosclerosis, much more work is needed to fully understand this area and to enable an informed
approach to therapeutic translation. (Circ Res. 2010;107:839-850.)
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therosclerotic vascular disease is the leading cause of
death in the industrialized world, soon to be worldwide.1,2 Atherogenesis begins with the subendothelial retention of apolipoprotein (apo)B-containing lipoproteins in focal
areas of the arterial subendothelium.3,4 These lipoproteins,
perhaps after oxidative or other types of modification, then
trigger a series of maladaptive inflammatory responses.3–7
Key among these responses is the attraction of blood-borne
monocytes to activated endothelial cells (ECs) overlying areas of
lipoprotein retention, followed by monocyte differentiation into

macrophages. The macrophages internalize the retained lipoproteins, leading to foam cell formation, and the macrophages
become activated and inflammatory.6 –9 Dendritic cells, T cells,
mast cells, B cells, and possibly neutrophils also enter the
growing lesion and contribute to the inflammatory response to
retained lipoproteins. As lesions develop, the inflammatory
response amplifies and does not resolve, which is likely a result
of the continuing and even accelerated process of lipoprotein
retention.3,10,11 As such, the subendothelial space expands with
cells and extracellular matrix.
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Non-standard Abbreviations and Acronyms
aP2
apoB
Apoe
AMPK
ATF
CaMK
CHOP
EC
eIF
ER
ERK
ERO
IP3R
IRE
JNK
LDL
Ldlr
Lp(a)
NF-B
oxPL
PBA
PERK
PRR
ROS
SERCA
SFA
SMC
TLR
TUDCA
UPR
VSMC
XBP1

adipocyte fatty acid-binding protein-2 (macrophage fatty
acid-binding protein-4)
apolipoprotein B
apolipoprotein E
AMP-activated protein kinase
activating transcription factor
calcium/calmodulin-dependent protein kinase
CEBP-homologous protein
endothelial cell
eukaryotic initiation factor
endoplasmic reticulum
extracellular signal-regulated kinase
endoplasmic reticulum oxidase
inositol 1,4,5-triphosphate-activated receptor
inositol requiring
c-Jun amino-terminal kinase
low-density lipoprotein
low-density lipoprotein receptor
lipoprotein(a)
nuclear factor B
oxidized phospholipid
4-phenyl butyric acid
RNA-dependent protein kinase-like endoplasmic reticulum
kinase
pattern-recognition receptor
reactive oxygen species
sarco-/endoplasmic reticulum calcium-dependent ATPase
saturated fatty acid
smooth muscle cell
toll-like receptor
tauroursodeoxycholic acid
unfolded protein response
vascular smooth muscle cell
XhoI site– binding protein 1

In the majority of lesions, several processes prevent the key
clinical consequence of atherosclerosis, namely, acute thrombotic vascular occlusion.12 Among these are outward remodeling of the vessel wall, which maintains the patency of the
arterial lumen; phagocytic clearance (“efferocytosis”) of dead
cells, mostly apoptotic macrophages, which prevents plaque
necrosis; and scar formation by collagen-producing intimal
smooth muscle cells (myofibroblasts), which helps defend
against matrix protease–mediated erosion or rupture of the
intima into the lumen.13–16 However, in a small percentage of
lesions, one or more of these processes fail, leading sequentially to plaque erosion or rupture, exposure of the blood to
coagulation and thrombotic factors in necrotic lesions, and
acute lumenal thrombosis.13,17,18 Examples of cellular processes
that lead to this failure are increased lesional macrophage
apoptosis, defective efferocytosis, and death of collagenproducing intimal smooth muscle cells.13–16
As is obvious from the above summary, a complex interplay among cell biological and physiological factors pro-

motes the initiation and progression of atherosclerosis. At one
level, non–arterial wall systemic factors, especially those
leading to elevated levels of circulating apoB lipoproteins,
play essential roles. At the level of the arterial wall, exogenous and endogenous factors contribute to atherogenesis and
plaque progression by promoting (1) apoB lipoprotein retention and modification; (2) activation of ECs; (3) entry and
activation of inflammatory cells, notably macrophages; (4)
entry and proliferation of intimal smooth muscle cells; (5)
regulation of collagen biosynthesis and collagen turnover; (6)
alterations in intimal cell death and in clearance of the dead
cells; and (7) activation of coagulation factors and platelets.
As will become evident in this review, a number of these
processes can be influenced by prolonged endoplasmic reticulum (ER) stress.

Physiological and Pathophysiologic
Endoplasmic Reticulum Stress
Over the last decade, ER stress has emerged as a factor that
is relevant to a number of systemic and arterial wall factors
that promote atherosclerosis. As reviewed in this series, ER
stress represents a response by cells to transient or prolonged
perturbations in ER function, especially function related to
protein synthesis, calcium regulation, and intracellular redox
potential.19 –21 ER stress signaling, often referred to as the
unfolded protein response (UPR), is triggered by 3 upstream
proteins, IRE1 (inositol requiring 1), activating transcription
factor (ATF)6, and PERK (RNA-dependent protein kinaselike endoplasmic reticulum kinase). IRE1, by promoting the
expression of XBP1, and ATF6 play key roles in chaperone
production, which helps relieve physiological and pathophysiologic imbalances between nascent proteins and the chaperones required to ensure proper protein folding and assembly.
The XBP1 pathway also promotes the degradation of misfolded proteins. Other IRE1 pathways can lead to apoptosis
(below) and mRNA degradation.22 PERK, by phosphorylating eIF2␣ (eukaryotic initiation factor 2␣), temporally slows
protein translation, which allows perturbations in protein
translation to be corrected in an optimal manner. PERK,
through phospho-eIF2␣–mediated translational upregulation
of ATF4, also leads to the induction of CEBP-homologous
protein (CHOP) (also known as GADD153 [growth arrest
and DNA damage 153]; gene name Ddit3), which participates
in various corrective functions during transient ER stress.
However, the fact that CHOP-deficient mice develop normally and exhibit good heath23 suggests that many of the
salutary functions of CHOP may be redundant with other ER
stress effectors in the laboratory animal setting. As described
below, prolonged expression of CHOP is a potent inducer of
apoptosis.
Despite the essential beneficial functions of the UPR
during transient ER stress, pathologically chronic ER stress
often leads to tissue dysfunction and disease.19 ER stress can
be prolonged by chronic disturbances in protein folding,
oxidative stress, and other processes that lead to sustained ER
dysfunction. In one scenario relevant to atherosclerosis,
chronic ER stress affects systemic risk factors at the level of
hepatic lipid metabolism and pancreatic ␤-cell function,
particularly in the settings of obesity, insulin resistance, and
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diabetes. This topic is not discussed here, but a number of
excellent reviews in this area have been published.24 –28
Rather, this review focuses on the effects of ER stress on
plaque cells, particularly macrophages and ECs. Relevant to
this topic is the general principle that 2 segments of the UPR
can trigger pathological cell death. Chronic activation of
IRE1 promotes apoptosis through the signal transducers
ASK1 (apoptosis signal-regulating kinase 1) and JNK (c-Jun
amino-terminal kinase) and by altering the balance and
activity of Bcl family members.29 Prolonged elevation of
CHOP triggers apoptosis through effects on intracellular
calcium metabolism and by alterations in Bcl family members.23,29 –32 There is increasing in vitro and in vivo evidence
that ER stress–induced apoptosis of intimal cells, notably
macrophages, plays an important role in atherosclerotic
plaque progression. In addition, chronic ER stress can adversely affect EC biology. This review summarizes the latest
findings related to these topics and discusses therapeutic
implications and future directions.

Proatherogenic Effects of ER Stress in
Endothelial and Smooth Muscle Cells
Endothelial Cells
As reviewed above, alterations in endothelial function and
protein expression play important roles in attracting inflammatory cells during atherogenesis. Lusis and colleagues33
treated cultured human aortic ECs with the UPR activator
tunicamycin and found induction of interleukin-8,
interleukin-6, MCP-1 (monocyte chemoattractant protein 1),
and CXCL3 (chemokine CXC motif ligand 3). The expression of these molecules could be blocked by gene silencing of
ATF4 and/or XBP1 (XhoI site– binding protein 1). UPR
activation in ECs was also induced by oxPAPC (oxidized
1-palmitoyl-2-arachidonyl-sn-3-glycero-phosphorylcholine),
an oxidized phospholipid (oxPL) found in advanced atherosclerotic lesions. A possible in vivo link was suggested by the
finding that oxPL-rich areas of human lesional endothelium
showed evidence of UPR activation.33 Interestingly, the ability
of oxPAPC to activate the UPR in human aortic ECs differed
significantly among individual donors, and this phenotypic
variation was associated with genetic variation in a locus
affecting action of USP16, a histone H2A deubiquitinase.34
Atherosclerosis occurs at sites of disturbed blood flow, and
biomechanical transduction of disturbed flow through the
ECs at these sites may be a key process in promoting
proatherogenic EC alterations in response to retained lipoproteins.35 In this context, the Davies group found that the ER
stress transducers IRE1␣, ATF6␣, and XBP1 were increased
in ECs from atherosusceptible regions in normal swine
aorta.36 In cultured ECs, atheroprone flow (shear stress)
increased the expression of the UPR effector GRP78 (78-kDa
glucose-regulated protein) via a pathway involving the
mitogen-activated protein kinase p38 and the integrin ␣2␤1.37
There is also some evidence that endothelial ER stress in
prelesional areas is exacerbated in the setting of diabetes,
perhaps because of hyperglycemia-driven accumulation of
glucosamine in the cells.38 Xu and colleagues39 also found
that endothelial XBP1 expression was increased by disturbed
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flow in cultured ECs. This finding was correlated with endothelial proliferation, which may reflect a protective response.
However, when XBP1 was overexpressed in ECs, a key endothelial junctional adhesion protein, VE-cadherin, was decreased
and endothelial apoptosis ensued. In Apoe⫺/⫺ mice, endothelial
XBP1 expression correlated with areas of lesion severity, and
when XBP1 was overexpressed in lesions, atherosclerosis was
accelerated. One interpretation of these findings is that transient,
limited XBP1 induction protects ECs against disturbed flow,
whereas chronically elevated levels of XBP1 damages the cells
and thereby promotes atherosclerosis. However, it is also possible that other UPR effectors that are induced in atheroprone
endothelium may play a proatherogenic role. For example, there
is evidence that prelesional ECs in these sites are primed through
changes in gene expression for subsequent lipopolysaccharideor high-fat diet–induced activation of the nuclear factor (NF)-B
pathway.40,41 Given the links between the UPR and NF-B
activation,42 it is possible that the early ER stress response may
be involved in these changes. Further mechanistic investigation
and, most importantly, endothelial-specific XBP1-targeting
studies in mouse models of atherosclerosis will be needed to
support this idea.
Other possible atherorelevant inducers of pathological ER
stress in ECs include homocysteine and modified forms of
low-density lipoprotein (LDL). Homocysteine induces ER
stress–induced apoptosis in cultured human umbilical vein
ECs. Whereas one group showed that disabling mutants of
IRE1 can block apoptosis in this model,43 another group
showed that overexpression of a PERK pathway effector
called TDAG51 (T-cell death–associated gene 51), which is
upregulated in homocysteine-treated ECs, can trigger a form
of detachment-mediated cell death.44,45 Hyperhomocysteinemia is associated with atherothrombotic vascular disease in
humans and accelerated atherosclerosis and heightened ER
stress in mouse models of atherosclerosis.46,47 When hyperhomocysteinemic, fat-fed rabbits were treated with taurine to
reduce homocysteine levels in the plasma, coronary artery
atherosclerosis, endothelial apoptosis, and endothelial CHOP
were decreased.48 However, the proatherogenic effect of homocysteine in animal models likely involves other lesional cell
types in addition to ECs,47 and how much of the proatherogenic
effect of hyperhomocysteinemia is attributable to prolonged ER
stress awaits genetic causation studies in vivo.
Various forms of LDL modification, such as through
oxidation, glycation, or lipid hydrolysis, may occur during the
course of atherogenesis.7 Oxidized and glycated LDL is an
inducer of the UPR in cultured ECs through a mechanism
involving disturbed ER calcium metabolism.49 In particular,
the oxidized-glycated LDL induces oxidative stress in ECs,
which in turn inhibits the ER calcium pump, sarcoplasmic/ER
calcium-dependent ATPase (SERCA). Another link between
SERCA oxidation and ER stress was revealed by a mouse
model lacking an endogenous inhibitor of SERCA oxidation
called AMP-activated protein kinase (AMPK)␣2. The authors
showed that Ldlr⫺/⫺ mice lacking this protein had increased
lesional ER stress and atherosclerosis.50 Finally, LDL hydrolyzed by secretory phospholipase A2 induces the UPR in
cultured ECs, which in turn stimulates inflammatory cytokine
production through activation of p38.51
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Smooth Muscle Cells
Less is known about the potential atherogenic role of ER
stress in vascular smooth muscle cells (VSMCs) than in ECs
or macrophages. In theory, ER stress–induced smooth muscle
cell (SMC) apoptosis could lead to decreased collagen production and thus thinning of the protective collagen cap in
advanced lesions.52 A proof-of-concept study using an ER
stress–inducing drug called bortezomib was used to test the
hypothesis that UPR-induced apoptosis in VSMCs could
trigger death of the cells and thereby adversely affect collagen production in lesions. In this study, bortezomib, which is
a proteasome inhibitor, was shown to cause ER stress and
apoptosis in cultured VSMCs but not in macrophages.53 In
aortic explants from Apoe⫺/⫺ mice, bortezomib induced the
UPR, including CHOP, and cell death was observed in
regions that were populated with SMCs. In fat-fed Apoe⫺/⫺
mice, bortezomib was associated with a marked decreased in
VSMCs, a modest decrease in collagen, and a marked
increase in necrotic cores.53 Whether or not these effects were
actually caused by UPR induction remains to be shown.
Possible endogenous inducers of ER stress–induced apoptosis in VSMCs include 7-ketocholesterol, unesterified cholesterol, homocysteine, and glucosamine. Exposure of human
coronary artery– derived VSMCs to 7-ketocholesterol, which
is found in rupture-prone shoulder regions of thin-capped
human coronary atheromata, led to the induction of CHOP
and UPR chaperones.54 Induction of these effectors was
associated with the accumulation of reactive oxygen species
(ROS) and could be blocked by the antioxidant N-acetylcysteine.
Most importantly, 7-ketocholesterol induced apoptosis in the
VSMCs, and silencing of CHOP through small interfering
RNA blocked apoptosis.54 Unesterified cholesterol induces
ER stress–induced apoptosis in cultured SMCs,55 as it does in
macrophages,56 but there is little evidence that SMCs in
atherosclerotic lesions accumulate large amounts of unesterified cholesterol. Evidence that the UPR inducer homocysteine could affect SMCs comes from the study described
in the previous section examining hyperhomocysteinemic
Apoe⫺/⫺ mice.47 The authors found evidence of UPR induction in intimal SMCs in these mice, which may be mediated
through changes in ER calcium release.57 Moreover, homocysteine activates SREBP-2 (sterol response element binding
protein-2) in cultured VSMCs, leading to an increase in
intracellular lipid accumulation.58,59 Finally, intracellular glucosamine, which is elevated in the setting of diabetes, has
been shown to induce the UPR effector Grp78 (78-kDa
glucose-regulated protein) in cultured human aortic SMCs,
but whether this is a protective or maladaptive response was
not addressed.60 Future studies are needed to determine more
precisely the extent to which the UPR is activated in lesional
SMCs during lesion development and how ER-stressed
SMCs might affect atherosclerosis progression.

Proatherogenic Effects of ER Stress
in Macrophages
Evidence and Roles for ER Stress in Advanced
Lesional Macrophages
Initial work by Feng et al30 and then Austin and colleagues61
demonstrated that macrophages are prominent among athero-

sclerotic lesional cells undergoing ER stress in general, and
expressing CHOP in particular, during the progression of
atherosclerosis in chow-fed or Western diet–fed Apoe⫺/⫺
mice. These data provided evidence that CHOP expression
increases as lesions progress, a concept that was later supported and expanded to human atherosclerosis in an important study by Myoishi et al.62 These investigators examined
human coronary artery lesions in autopsy samples and fresh
human carotid endarterectomy specimens for lesion stage,
UPR markers, and apoptosis, as measured by TUNEL assay.
In both sets of human lesions, the authors found a striking
relationship among advanced lesion stage, CHOP expression,
and lesional apoptosis such that only advanced, “vulnerable”
plaques showed evidence of robust CHOP expression and
apoptosis.
The human data support a working model developed by the
Tabas laboratory and others over the last decade to explain
how ER stress–induced macrophage apoptosis is a key event
in the generation of necrotic cores and thus clinically dangerous plaques.11,15,63 In early lesions, macrophage apoptosis
is difficult to detect, because the apoptotic cells are rapidly
cleared by neighboring macrophages through a phagocytic
process called “efferocytosis.”15,63 Efferocytosis engulfs and
safely destroys apoptotic cells before they become necrotic,
and the process also triggers a distinct antiinflammatory
response involving cytokines such as interleukin-10 and
transforming growth factor-␤.64 Indeed, genetic manipulations that promote macrophage apoptosis in early lesions
actually suppress lesion cellularity and inhibit plaque progression through this efferocytic mechanism, and vice
versa.65,66 In advanced lesions, however, the situation is very
different. First, apoptosis is almost certainly increased and is
triggered by mechanisms unique to the milieu of the advanced plaque, notably chronic ER stress.67 Second, efferocytosis is not as efficient as in normal physiology, and so the
apoptotic cells become secondarily necrotic, and the aforementioned antiinflammatory response does not occur.68 The
cumulative result is the formation of inflammatory necrotic
cores and, potentially, plaque disruption and acute lumenal
thrombosis.11,15,63

Experimental Models of ER Stress in
Cultured Macrophages
Mechanistic data with cultured macrophages and molecular
genetic causation data in vivo using mouse models of
atherosclerosis have revealed a critical role for the UPR in
advanced lesional macrophage death and plaque necrosis.30,69 –71 The cell culture studies have used experimental
proof-of-concept inducers of ER stress, as well as stressors
that are likely to be relevant to advanced lesions. Examples of
the former type include the protein glycosylation inhibitor
tunicamycin42 and the SERCA inhibitor thapsigargin.72 The
atherorelevant inducers are chosen from among the molecules
and processes in advanced lesions that can lead to prolonged
UPR activation, such as high levels of intracellular unesterified cholesterol, oxysterols, oxidant stress, hypoxia, and
peroxynitrite.73 One type of cultured macrophage model uses
robust ER stress, which can be achieved with thapsigargin or
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7-ketocholesterol, an ER stressor that is the most abundant
oxysterol in human atherosclerotic lesions.31
Another type of model takes into account the possibility of
more subtle ER stress in vivo. In this model, macrophage
apoptosis is induced by the combination of a low-dose ER
stressor and an atherorelevant “second hit,” each of which are
unable to induce apoptosis by themselves. Examples include
low-dose 7-ketocholesterol, thapsigargin, or the peroxynitrite
donor SIN-1 as the ER stressor and combinatorial patternrecognition receptor (PRR) activation as the second hit.74 –76
Combinatorial PRR activation triggers apoptosis in the setting of subtle ER stress by both enhancing apoptotic pathways, including a proapoptotic NADPH oxidase–ROS pathway, and by suppressing cell survival pathways that are
compensatorily triggered by ER stress (see below).72,75,76 This
pathway of macrophage apoptosis may have evolved as a host
defense mechanism against disease-causing organisms that
require living macrophages to survive.77 One example of
combinatorial PRR activation that can trigger apoptosis in
macrophages undergoing subtle ER stress are activators of
the type A scavenger receptor (SRA) and toll-like receptor
(TLR)4, such as oxidized LDL or acetylated LDL.75 A second
example are activators of CD36 and TLR2/6 heterodimer,
such as oxPLs, oxidized LDL, or saturated fatty acids
(SFAs).70,76 Another variation of this model is a “combined,
two-hit” scenario in which macrophages unable to reesterify
lipoprotein-derived cholesterol are incubated with atherogenic lipoproteins. In this setting, the lipoproteins activate
TLRs and scavenger receptors at the cell surface, and
lipoprotein-derived unesterified cholesterol that accumulates
in the ER membrane activates the UPR.74,75,78 For each of
these models, there is evidence in vivo. For example, advanced lesional macrophage apoptosis and plaque necrosis
are blocked in advanced murine atheromata that have genetically induced deletion or inhibition of scavenger receptors,79
TLRs,76 or cholesterol trafficking to the ER membrane.80

Mechanisms of CHOP-Induced Apoptosis in
ER-Stressed Macrophages
Using one or more of these cultured macrophage models,
mechanistic studies have shown that a full apoptosis response
requires the CHOP pathway upstream and activation of both
the Fas and mitochondrial pathways of apoptosis downstream.30,81,82 Recent studies have provided evidence for
specific molecular signaling pathways linking CHOP with the
downstream apoptosis processes (Figure 1). In particular,
CHOP promotes apoptosis primarily by stimulating a persistent release of calcium from ER stores.31,32 The mechanism
involves activation of inositol 1,4,5-triphosphate-activated
receptor (IP3R)-mediated calcium release by the action of the
CHOP transcriptional target ER oxidase (ERO)1␣.31 Evidence suggests that ERO1␣ activates IP3R1 by hyperoxidizing the ER lumen, leading to disulfide bond formation in a
lumenal loop of IP3R1, which in turns increases IP3R1
calcium channel activity.83,84 The persistent increase in cytoplasmic calcium activates calcium/calmodulin-dependent
protein kinase (CaMK)II, which then activates a number of
proapoptotic pathways, including those involving the death
receptor Fas, the proapoptotic pathway mediated by release of
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apoptogenic factors from the mitochondria, a proapoptotic pathway involving signal transducer and activator of transcription-1
(STAT1), and NADPH oxidase–mediated ROS32,76 (G. Li, C.
Scull, L. Ozcan, and I.T., manuscript submitted for publication).
Most importantly, interruption of these events, most notably
through gene targeting of CHOP, lessens advanced lesional
macrophages apoptosis and plaque necrosis in both the Ldlr⫺/⫺
and Apoe⫺/⫺ models of atherosclerosis.69,71 In vitro studies have
suggested another role of prolonged CHOP induction in macrophages, namely, activation of inflammatory signaling pathways.85 In particular, prolonged CHOP expression leads to
induction of interleukin-6 through an extracellular signalregulated kinase (ERK)1/2 pathway.85 Interestingly, CHOPinduced inflammation in macrophages can be stimulated by
anti-HIV protease inhibitors, which are associated with accelerated atherothrombotic vascular disease.86
CHOP deletion does not fully suppress apoptosis in ERstressed macrophages, and so other mechanisms of ER
stress–induced apoptosis involving the IRE1-JNK pathway
and/or alterations in Bcl family members may also be
involved (see the introduction). In this regard, Li et al87
showed that that IRE1␣ was activated (phosphorylated) in
lesional extracts from Western diet–fed Apoe⫺/⫺ mice and
that cholesterol-induced apoptosis was partially suppressed in
cultured macrophages treated with Ire1a small interfering
RNA or with a JNK inhibitor. However, even here, there may
be a link with the CHOP pathway, because silencing of
IRE1␣ in ER-stressed macrophages was associated with a
decrease in CHOP expression.87 In terms of Bcl family
members, Bax levels are increased in the cholesterol model of
ER stress–induced macrophage apoptosis.82 Moreover, deletion of Bcl2 in macrophages renders them more susceptible to
ER stress–induced apoptosis in vitro and is associated with
accelerated advanced lesional apoptosis and plaque necrosis
in Western diet–fed Apoe⫺/⫺ mice.88 Defining CHOPindependent pathways of ER stress–induced macrophage
apoptosis in advanced atherosclerosis is an important goal for
the future.
Another important consideration in the study of ER stress–
induced macrophage apoptosis is the fact that the initial ER
stress response is often accompanied by activation of cell
survival signaling pathways, which then become deactivated
soon before apoptosis occurs. Examples of cell survival
modules that are activated and then eventually fail in macrophages exposed to prolonged ER stress include pathways
mediated by interferon-␤, Akt, NF-B, p38␣, ERK,72,75,89 –92
and autophagy93 (X. Liao, J. Sluimer, B. Levine, and I.T.,
unpublished data 2010). Thus, understanding how these
pathways are activated and, more importantly, why they
eventually fail represents a critical area in this field.

Insulin Resistance, Saturated Fatty Acids, and
Lipoprotein(a) As Inducers of ER Stress–Induced
Macrophage Apoptosis
The concept that ER stress–/CHOP-induced macrophage
apoptosis is a critical step in necrotic plaque formation may
have particular relevance to the rapidly growing epidemic of
atherothrombotic vascular disease driven by insulin resistance and diabetes.92,94 Indeed, atherosclerotic lesions in
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oxidized LDL
oxidized PLs
Lp(a)
heat shock
glycated collagen
proteins

oxidized lipids

saturated fatty
acids

oxidative
stress

insulin
resistance

advanced glycation
endproducts

hyaluronan
oligosaccharides

homocysteine

ER Stress

β-amyloid

fibronectin

PRR Signaling

↓
ERO1α ← CHOP ← UPR

↓
SRA/TLR4
CD36/TLR2

↓

↓

IP3R1 → ↑ Ca2+I → CaMKII
NADPH
oxidase/ROS

NADPH oxidase/ROS
↓ cell survival signaling

Fas activation
mitochondrial membrane
permeabilization

APOPTOSIS
Figure 1. Model of ER stress–induced apoptosis in advanced lesional macrophages. Advanced lesions contain a number of molecules and processes that are known ER stressors. Activation of the UPR in macrophages leads to elevated levels of CHOP, which,
through a pathway involving the CHOP target ERO1␣ and IP3R-mediated calcium release, leads to elevation in cytosolic calcium
(Ca2⫹i) and activation of CaMKII. CaMKII triggers apoptosis execution pathways through a number of mechanisms, including NADPH
oxidase activation and subsequent ROS generation. In vivo evidence suggests that this scenario is necessary but not sufficient by itself
for apoptosis. Rather, apoptosis in ER-stressed macrophages may require a “second hit” consisting of combinatorial PRR activation,
and there are many factors in advanced lesions that can activate PRRs. The mechanism by which PRR activation tips the balance
toward apoptosis in ER-stressed macrophages involves amplification of apoptosis pathways, such as NADPH oxidase–mediated ROS
generation and suppression of ER stress–induced compensatory cell survival pathways. See text for details.

diabetic subjects are characterized by especially large necrotic cores, even when corrected for overall lesion size.92 In
this context, recent studies have shown that a potent inducer
of prolonged ER stress in macrophages is insulin resistance.95
Macrophages have a functional insulin receptor signaling
pathway, and downregulation of insulin receptor signaling
caused by hyperinsulinemia promotes ER stress and apoptosis in these cells.96 The mechanism involves processes that
elevate cytosolic calcium through SERCA inhibition (see
above).95 Moreover, apoptosis is further exacerbated in the
setting of macrophage insulin resistance through a mechanism involving suppression of the NF-B cell survival
pathway.90 Most importantly, both advanced lesional macrophage apoptosis and plaque necrosis are increased in a model
of macrophage insulin resistance in Western diet–fed Ldlr⫺/⫺
mice.96
Obesity and insulin resistance may further promote ER
stress in lesional macrophages through elevations of SFAs.70,76
Although the mechanism of SFA-induced ER stress is not
fully known, SFAs lower the fluidity of the ER membrane
bilayer, which is a known inducer of the UPR.78,97 Recent
work has suggested that an intracellular “lipid chaperone”
called macrophage fatty acid-binding protein-4, also known

as adipocyte fatty acid-binding protein aP2, mediates SFAinduced ER stress and apoptosis in macrophages.70 Previous
work had shown that Apoe⫺/⫺ mice deficient for aP2 are
protected against atherosclerosis.98 In the new study, macrophages lacking aP2 were shown to be protected from
palmitate-induced ER stress and apoptosis, and this protection was associated with activation of the transcription factor
liver X receptor (LXR)␣. LXR␣ is an inducer of an enzyme
that converts SFAs into monounsaturated fatty acids, which
are much less potent inducers of ER stress. Thus, aP2, by
preventing SFA desaturation, is a mediator of SFA-induced
ER stress in macrophages. In the Western diet–fed Apoe⫺/⫺
model, aP2 deficiency resulted in decreased P-PERK, XBP1,
and apoptosis in macrophage-rich regions of atherosclerotic
lesions. Whether aP2 deficiency protects against plaque
necrosis, an important consequence of ER stress–induced
macrophage apoptosis, has not yet been demonstrated. Furthermore, molecular genetic proof that the protective effects
of aP2 deficiency in Western diet–fed Apoe⫺/⫺ mice are
mediated by suppression of SFA-induced UPR activation
remains to be demonstrated, although the role of the UPR was
supported by data from a drug experiment in this study, as is
discussed below.
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The ability of oxPLs to trigger apoptosis in ER-stressed
macrophages (above) may provide a clue to a 60-year-old
mystery in heart disease. Approximately 25% to 30% of
whites have elevated levels of a lipoprotein called lipoprotein(a) [Lp(a)], which is an LDL-like lipoprotein with a
covalently bound kringle-containing protein called apolipoprotein(a).99 Based on many clinical studies, including
large epidemiological and human genetic studies, Lp(a) has
been shown to be a potent, independent risk factor for
advanced atherothrombotic vascular disease.100 –103 Nonetheless, the mechanisms linking Lp(a) with specific cellular
events associated with advanced plaque progression and
necrosis, the sine qua non of clinically relevant atherosclerotic disease, are not known. Important observations over the
last decade have revealed that Lp(a) is a major carrier of
oxPLs in human plasma,104 which, based on the two-hit ER
stress–PRR model described above, raised the question of
whether Lp(a) could trigger apoptosis in ER-stressed macrophages. Exciting new data have shown that Lp(a), but not
native LDL, is a potent inducer of apoptosis in ER-stressed
macrophages, but not unstressed macrophages.76 As with
oxPLs, Lp(a)-induced apoptosis depended on TLR2/6, CD36,
and oxidative stress. In vivo support for the role of Lp(a) in
advanced lesional macrophage death is provided by a transgenic rabbit model in which modest plasma levels of Lp(a)
markedly promoted plaque necrosis without affecting en face
lesion area.105 Additional mechanistic and in vivo studies,
including studies with human lesional material, will be
needed to provide further support for this new concept.

Therapeutic Implications
Given the role of prolonged ER stress in a number of
important diseases, notably those associated with advanced
age and obesity, there has been increasing interest in therapeutic strategies focused on relieving ER stress, including for
the purpose of preventing atherosclerosis.25,106,107 In this
regard, compounds that seem to act as so-called “chemical
chaperones” may be useful in decreasing the adverse effects
of prolonged ER stress.106,107 Among these are 2 compounds
(4-phenyl butyric acid [PBA] and tauroursodeoxycholic acid
[TUDCA]) that have been tested in animal studies for the
aforementioned purpose and used in humans for a variety of
disorders.108
As mentioned in the introduction, prolonged ER stress in
the setting of obesity can lead to systemic atherosclerotic risk
factors related to insulin resistance, and both compounds have
been shown to have benefit in relieving insulin resistance in
experimental mouse models of obesity.108 In terms of direct
effects on the arterial wall, the mouse study described above
on SFA/aP2-induced ER stress in lesional macrophages
showed that PBA relieved palmitic acid–induced ER stress
and apoptosis in cultured macrophages and decreased lesion
area and both lesional ER stress and apoptosis in Western
diet–fed Apoe⫺/⫺ mice.70 In a different setting, namely,
diabetes-induced atherosclerosis in male hamsters, PBA
failed to relieve ER stress or atherosclerosis.109 TUDCA
treatment was used in yet another model of ER stress in
atherosclerosis (ie, Western diet–fed Ampka2⫺/⫺Ldlr⫺/⫺
mice [above]) and was found to have beneficial effects on
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both lesional ER stress and atherosclerosis lesion area.51
However, definitive proof that the antiatherogenic mechanisms of PBA and TUDCA are linked to relief of ER stress
per se is lacking.
Statins are the mainstay of preventative therapy for atherothrombotic vascular disease in humans.110 Although their
predominant and perhaps sole beneficial effect is through
their ability to lower apoB lipoproteins in the circulation, thus
decreasing arterial wall lipoprotein retention, the possibility
of so-called “pleiotropic” protective effects by mechanisms
other than through lowering plasma cholesterol is a topic of
great interest in the field.110 One study showed a possible
beneficial effect of statins in preventing SFA-induced ER
stress in a human monocyte–macrophage cell line and in
decreasing in ER stress in lesions of statin-treated Ldlr⫺/⫺
mice.111 However, much more mechanistic and in vivo work
is needed to further substantiate this point. Furthermore, any
effect of these drugs on lesional ER stress may be through the
decrease in exposure of lesional cells, predominantly macrophages, to excess apoB lipoprotein– derived cholesterol.56
A proposed strategy of preventative treatment that has not
yet shown to be beneficial in humans (ie, antioxidant therapy)
is also relevant to a discussion of therapeutically targeting ER
stress in lesions, because oxidative stress can be both a cause
and a consequence of prolonged ER stress.112 For example,
the aforementioned example of ER stress being triggered by
oxidation of the ER calcium pump SERCA can be relieved by
the antioxidants apocynin and tempol (4-hydroxy-2,2,6,6tetramethylpiperidine-N-oxyl or 4-hydroxy-tempo),50 and
tempol has been shown to decrease lesional ER stress and
atherosclerosis in Western diet–fed Apoe⫺/⫺ and Apmka2⫺/⫺
Apoe⫺/⫺ mice (above).49 Moreover, oxPLs, Lp(a), SFAs, and
7-ketocholesterol activate NADPH oxidase and induce oxidative stress in cultured macrophages76 (G. Li, C. Scull, L.
Ozcan, and I.T., manuscript submitted for publication, 2010).
These processes are crucial for ER stress–induced apoptosis
in macrophages and can be prevented by inhibitors of
NADPH oxidase and by the antioxidant N-acetylcysteine76
(G. Li, C. Scull, L. Ozcan, and I.T., manuscript submitted for
publication, 2010). The major antioxidant that has been tested
in humans is vitamin E, with most studies showing no
beneficial effect.113 However, vitamin E may not target the
specific mechanisms of oxidative stress associated with ER
stress–induced perturbations in lesional cells.114 For example,
the Tabas laboratory found that whereas N-acetylcysteine was
effective in preventing ER stress–induced macrophage apoptosis, vitamin E was not (G. Li and I.T., unpublished data).
Another strategy may be to target specific oxidative enzymes
that may play critical roles in oxidative stress–induced cell
death. In addition to NADPH oxidase, the ER oxidase
ERO1␣ plays a crucial role in CHOP-mediated death in
ER-stressed macrophages,31 and Ron and colleagues115 have
recently described small molecular inhibitors of this enzyme
that protected mouse embryonic fibroblasts from ER stress–
induced cell death.
A discussion of “anti-ER stress therapy” to prevent or treat
atherosclerosis must consider several important points. First,
as mentioned above, the beneficial effects of PBA and
TUDCA, and particularly antioxidants, in mouse models of
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Figure 2. Possible roles of prolonged ER stress in early atherogenesis and advanced plaque progression. A, In early atherogenesis, extracellular matrix–retained and modified apoB-containing lipoproteins (LPs) trigger the expression of adhesion molecules and
chemokines in ECs (“EC activation”), leading to attraction of monocytes and other inflammatory cells to the nascent lesion. Early
lesional ECs, perhaps in response to disturbances in laminar blood flow at atherosusceptible sites, show evidence of ER stress, which
may further promote EC activation. B, In advanced lesions, ER stress is prominent in macrophages (Ms) and can lead to inflammation
and apoptosis in these cells. When apoptotic macrophages are not rapidly cleared by neighboring phagocytes, they become secondarily necrotic and lead to the generation of the necrotic core, a key feature of clinically dangerous plaques. ER stress in advanced
lesions may also cause the death of ECs, which may further amplify plaque progression and disruption, and cell death of smooth muscle cells, which may contribute to the thinning of the protective fibrous cap. See text for details. (Illustration credit: Cameron Slayden,
Cosmocyte, Savage, Md.)

atherosclerosis have not yet been proven to be related to their
ER stress–relieving properties. For example, PBA has a
number of other biological actions, including histone deacetylase inhibitor activity.116 Second, the UPR is an essential
protective pathway in cells, and attempts to relieve ER stress
by blocking this pathway will likely cause adverse effects
unless the approach is targeted and limited. Moreover, different cell types in lesions may have different mechanisms of
ER stress–induced damage. For example, prolonged CHOP
expression appears to be an important cause of macrophage
apoptosis,30,62,69,71 whereas excessive induction of XBP1 has
been shown to induce apoptosis in ECs.39 However, physiological levels of XBP1 may play a protective role in ECs

subjected to atherogenic perturbations in blood flow.36 Thus,
the success of an ER stress–relieving strategy will likely
depend on which branch of the UPR is targeted and whether
it can prevent excessive UPR activation without perturbing
physiological ER stress signaling. In this light, recent developments in understanding how IRE1␣ functions to promote
cell death versus cell survival at a protein structural level raise
the possibility of much more specific drugs that can block
IRE1␣-dependent cell death while retaining the protective
effects of the IRE1␣–XBP1– chaperone pathway.22,115 Third,
the process in atherosclerosis that actually leads to clinical
disease is the development of necrotic, thin-capped plaques.13,17,18
Clinical studies in humans have shown that this type of
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“vulnerable” plaque morphology is much more predictive of
atherothrombotic vascular disease than overall plaque size.117
However, most animal studies use decrease in lesion area
rather than improvements in plaque morphology as the
measure of drug effectiveness. An ER stress–induced process
specifically associated with plaque necrosis is advanced
lesional macrophage apoptosis.11 However, even here, the
situation is complex in terms of therapy, because although
preventing death of advanced lesional macrophages may
decrease plaque necrosis, it would also increase the number
of living macrophages, which may promote plaque disruption
through other mechanisms, such as secretion of matrixdegrading proteases.118 In summary, careful consideration to
mechanism, site of action, potency, and adverse of effects of
ER stress–relieving therapy will be essential if this strategy is
ever to be useful in preventing atherothrombotic vascular
disease.

to cause clinical disease, will help inform animal studies. In
addition, more precise causation information may be gleaned
from genome-wide association studies120 and UPR gene
resequencing studies in which subjects with accelerated
atherothrombotic vascular disease are compared with agematched control subjects. Only through the knowledge gained
from this combined approach will we be able to fully
understand the roles of ER stress in atherosclerosis, to
determine whether specific elements of prolonged ER stress
are rationale drug targets, and to intelligently approach drug
discovery and testing in this area.

Summary and Future Directions

This work was supported by NIH grants HL087123, HL075662, and
HL054591.

Prolonged ER stress has been identified as a pathogenic
mechanism in a large number of disease processes, particularly chronic diseases associated with aging, obesity, and
diabetes. Atherothrombotic vascular disease is particularly
important to consider in this arena, because ER stress can
adversely affect both systemic atherosclerotic risk factors and
cell biological processes occurring at the level of the arterial
wall (Figure 2). With regard to the arterial wall, the focus of
this review, there is now increasing in vitro and in vivo
evidence that prolonged ER stress is an important cause of
macrophage and possibly EC apoptosis in advanced lesions
(Figure 2B). Additional ER stress–mediated proinflammatory
effects in these cells may also affect early atherogenesis
(Figure 2A). Nonetheless, much more work is needed to truly
understand the role of ER stress in atherosclerosis and to
enable a well-informed effort at translating this knowledge
into useful therapeutic strategies. Given the complexity of the
multiple branches and functional consequences of ER stress
signaling, a major goal over the next several years will be to
define which branches of the UPR are activated and to
elucidate the consequences of individual or integrated branch
activation. Moreover, each cell type in atherosclerotic lesion
development plays distinct roles, and these roles vary
throughout the course of atherogenesis. Thus, determining the
effects of interrupting prolonged ER stress in individual cell
types at various stages during lesion development is a critical
goal for the future. The development and use of conditionally
gene-targeted mice will be essential to meet this goal.
Temporal control over UPR gene silencing will also help
avoid the potential confounding effects of compensatory
alterations attributable to germline deletion. In terms of
linking ER stress with clinically relevant atherosclerosis
progression, mouse models of atherosclerosis are useful to
study atherogenesis from lesion initiation up to the stage of
necrotic plaques, but they are not a good model for plaque
disruption or acute lumenal thrombosis.119 Although future
mouse models may help address this problem, there is no
substitute for human studies. Continuing work on describing
what happens to ER stress pathways in different cell types in
human lesions, particularly the types of lesions that are likely

Acknowledgments
I.T. gratefully acknowledges the outstanding members of his laboratory who contributed to the studies described herein, including
Tracie Seimon, Gang Li, Lale Ozcan, Jenelle Timmins, Edward
Thorp, Marissa Nadolski, and Xianghai Liao.

Sources of Funding

Disclosures
None.

References
1. Braunwald E. Cardiovascular medicine at the turn of the millennium:
triumphs, concerns, and opportunities. N Engl J Med. 1997;337:
1360 –1369.
2. US Department of Health and Human Services. National Institutes of
Health. National Heart, Lung, and Blood Institute. Morbidity & Mortality: 2007 Chart Book on Cardiovascular, Lung, and Blood Diseases.
Bethesda, Md; 2007.
3. Williams KJ, Tabas I. The response-to-retention hypothesis of early
atherogenesis. Arterioscler Thromb Vasc Biol. 1995;15:551–561.
4. Tabas I, Williams KJ, Boren J. Subendothelial lipoprotein retention as
the initiating process in atherosclerosis: update and therapeutic implications. Circulation. 2007;116:1832–1844.
5. Libby P. Inflammation in atherosclerosis. Nature. 2002;420:868 – 874.
6. Lusis AJ. Atherosclerosis Nature. 2000;407:233–241.
7. Glass CK, Witztum JL. Atherosclerosis. the road ahead. Cell. 2001;104:
503–516.
8. Gerrity RG. The role of the monocyte in atherogenesis. I. Transition of
blood-borne monocytes into foam cells in fatty lesions. Am J Pathol.
1991;103:181–190.
9. Libby P, Clinton SK. The role of macrophages in atherogenesis. Curr
Opin Lipidol. 1993;4:355–363.
10. Pelech SL, Cook HW, Paddon HB, Vance DE. Membrane-bound CTP:
phosphocholine cytidylyltransferase regulates the rate of phosphatidylcholine synthesis in HeLa cells treated with unsaturated fatty acids.
Biochim Biophys Acta. 1984;795:433– 440.
11. Tabas I. Macrophage death and defective inflammation resolution in
atherosclerosis. Nat Rev Immunol. 2010;10:36 – 46.
12. Cheruvu PK, Finn AV, Gardner C, Caplan J, Goldstein J, Stone GW,
Virmani R, Muller JE. Frequency and distribution of thin-cap fibroatheroma and ruptured plaques in human coronary arteries: a pathologic
study. J Am Coll Cardiol. 2007;50:940 –949.
13. Libby P. Changing concepts of atherogenesis. J Intern Med. 2000;247:
349 –358.
14. Virmani R, Burke AP, Kolodgie FD, Farb A. Vulnerable plaque: the
pathology of unstable coronary lesions. J Interv Cardiol. 2002;15:439–446.
15. Tabas I. Consequences and therapeutic implications of macrophage apoptosis in atherosclerosis: the importance of lesion stage and phagocytic
efficiency. Arterioscler Thromb Vasc Biol. 2005;25:2255–2264.
16. Bennett MR. Apoptosis of vascular smooth muscle cells in vascular
remodelling and atherosclerotic plaque rupture. Cardiovasc Res. 1999;
41:361–368.
17. Virmani R, Burke AP, Kolodgie FD, Farb A. Pathology of the thin-cap
fibroatheroma: a type of vulnerable plaque. J Interv Cardiol. 2003;16:
267–272.

Downloaded from circres.ahajournals.org at COLUMBIA UNIV on October 2, 2010

848

Circulation Research

October 1, 2010

18. Zhou J, Chew M, Ravn HB, Falk E. Plaque pathology and coronary
thrombosis in the pathogenesis of acute coronary syndromes. Scand
J Clin Lab Invest Suppl. 1999;230:3–11.
19. Kaufman RJ. Orchestrating the unfolded protein response in health and
disease. J Clin Invest. 2002;110:1389 –1398.
20. Ron D. Translational control in the endoplasmic reticulum stress
response. J Clin Invest. 2002;110:1383–1388.
21. Ma Y, Hendershot LM. The unfolding tale of the unfolded protein
response. Cell. 2001;107:827– 830.
22. Han D, Lerner AG, Vande WL, Upton JP, Xu W, Hagen A, Backes BJ,
Oakes SA, Papa FR. IRE1alpha kinase activation modes control
alternate endoribonuclease outputs to determine divergent cell fates.
Cell. 2009;138:562–575.
23. Zinszner H, Kuroda M, Wang X, Batchvarova N, Lightfoot RT, Remotti
H, Stevens JL, Ron D. CHOP is implicated in programmed cell death in
response to impaired function of the endoplasmic reticulum. Genes Dev.
1998;12:982–995.
24. McAlpine CS, Bowes AJ, Werstuck GH. Diabetes, hyperglycemia and
accelerated atherosclerosis: evidence supporting a role for endoplasmic
reticulum (ER) stress signaling. Cardiovasc Hematol Disord Drug
Targets. 2010;10:151–157.
25. Hotamisligil GS. Endoplasmic reticulum stress and atherosclerosis. Nat
Med. 2010;16:396 –399.
26. Lee AH, Glimcher LH. Intersection of the unfolded protein response and
hepatic lipid metabolism. Cell Mol Life Sci. 2009;66:2835–2850.
27. Harding HP, Ron D. Endoplasmic reticulum stress and the development
of diabetes: a review. Diabetes. 2002;51(Suppl 3):S455–S461.
28. Scheuner D, Kaufman RJ. The unfolded protein response: a pathway
that links insulin demand with beta-cell failure and diabetes. Endocr
Rev. 2008;29:317–333.
29. Lin JH, Li H, Yasumura D, Cohen HR, Zhang C, Panning B, Shokat
KM, Lavail MM, Walter P. IRE1 signaling affects cell fate during the
unfolded protein response. Science. 2007;318:944 –949.
30. Feng B, Yao PM, Li Y, Devlin CM, Zhang D, Harding HP, Sweeney M,
Rong JX, Kuriakose G, Fisher EA, Marks AR, Ron D, Tabas I. The
endoplasmic reticulum is the site of cholesterol-induced cytotoxicity in
macrophages. Nat Cell Biol. 2003;5:781–792.
31. Li G, Mongillo M, Chin KT, Harding H, Ron D, Marks AR, Tabas I.
Role of ERO1␣-mediated stimulation of inositol 1,4,5-triphosphate
receptor activity in endoplasmic reticulum stress-induced apoptosis.
J Cell Biol. 2009;186:783–792.
32. Timmins JM, Ozcan L, Seimon TA, Li G, Malagelada C, Backs J, Backs T,
Bassel-Duby R, Olson EN, Anderson ME, Tabas I. Calcium/calmodulindependent protein kinase II links endoplasmic reticulum stress with Fas
and mitochondrial apoptosis pathways. J Clin Invest. 2009;119:
2925–2941.
33. Gargalovic PS, Gharavi NM, Clark MJ, Pagnon J, Yang WP, He A,
Truong A, Baruch-Oren T, Berliner JA, Kirchgessner TG, Lusis AJ. The
unfolded protein response is an important regulator of inflammatory
genes in endothelial cells. Arterioscler Thromb Vasc Biol. 2006;26:
2490 –2496.
34. Romanoski CE, Lee S, Kim MJ, Ingram-Drake L, Plaisier CL, Yordanova R, Tilford C, Guan B, He A, Gargalovic PS, Kirchgessner TG,
Berliner JA, Lusis AJ. Systems genetics analysis of gene-byenvironment interactions in human cells. Am J Hum Genet. 2010;86:
399 – 410.
35. Chien S. Effects of disturbed flow on endothelial cells. Ann Biomed Eng.
2008;36:554 –562.
36. Civelek M, Manduchi E, Riley RJ, Stoeckert CJ Jr, Davies PF. Chronic
endoplasmic reticulum stress activates unfolded protein response in
arterial endothelium in regions of susceptibility to atherosclerosis. Circ
Res. 2009;105:453– 461.
37. Feaver RE, Hastings NE, Pryor A, Blackman BR. GRP78 upregulation
by atheroprone shear stress via p38-, alpha2beta1-dependent mechanism
in endothelial cells. Arterioscler Thromb Vasc Biol. 2008;28:
1534 –1541.
38. Khan MI, Pichna BA, Shi Y, Bowes AJ, Werstuck GH. Evidence
supporting a role for endoplasmic reticulum stress in the development of
atherosclerosis in a hyperglycaemic mouse model. Antioxid Redox
Signal. 2009;11:2289 –2298.
39. Zeng L, Zampetaki A, Margariti A, Pepe AE, Alam S, Martin D, Xiao
Q, Wang W, Jin ZG, Cockerill G, Mori K, Li YS, Hu Y, Chien S, Xu
Q. Sustained activation of XBP1 splicing leads to endothelial apoptosis
and atherosclerosis development in response to disturbed flow. Proc
Natl Acad Sci U S A. 2009;106:8326 – 8331.

40. Hajra L, Evans AI, Chen M, Hyduk SJ, Collins T, Cybulsky MI. The
NF-kappa B signal transduction pathway in aortic endothelial cells is
primed for activation in regions predisposed to atherosclerotic lesion
formation. Proc Natl Acad Sci U S A. 2000;97:9052–9057.
41. Passerini AG, Polacek DC, Shi C, Francesco NM, Manduchi E, Grant
GR, Pritchard WF, Powell S, Chang GY, Stoeckert CJ Jr, Davies PF.
Coexisting proinflammatory and antioxidative endothelial transcription
profiles in a disturbed flow region of the adult porcine aorta. Proc Natl
Acad Sci U S A. 2004;101:2482–2487.
42. Pahl HL, Baeuerle PA. A novel signal transduction pathway from the
endoplasmic reticulum to the nucleus is mediated by transcription factor
NF-kappa B. EMBO J. 1995;14:2580 –2588.
43. Zhang C, Cai Y, Adachi MT, Oshiro S, Aso T, Kaufman RJ, Kitajima
S. Homocysteine induces programmed cell death in human vascular
endothelial cells through activation of the unfolded protein response.
J Biol Chem. 2001;276:35867–35874.
44. Outinen PA, Sood SK, Pfeifer SI, Pamidi S, Podor TJ, Li J, Weitz JI,
Austin RC. Homocysteine-induced endoplasmic reticulum stress and
growth arrest leads to specific changes in gene expression in human
vascular endothelial cells. Blood. 1999;94:959 –967.
45. Hossain GS, van Thienen JV, Werstuck GH, Zhou J, Sood SK, Dickhout
JG, de Koning AB, Tang D, Wu D, Falk E, Poddar R, Jacobsen DW,
Zhang K, Kaufman RJ, Austin RC. TDAG51 is induced by homocysteine, promotes detachment-mediated programmed cell death, and
contributes to the development of atherosclerosis in hyperhomocysteinemia. J Biol Chem. 2003;278:30317–30327.
46. Zhou J, Austin RC. Contributions of hyperhomocysteinemia to atherosclerosis: causal relationship and potential mechanisms. Biofactors.
2009;35:120 –129.
47. Zhou J, Werstuck GH, Lhotak S, de Koning AB, Sood SK, Hossain GS,
Moller J, Ritskes-Hoitinga M, Falk E, Dayal S, Lentz SR, Austin RC.
Association of multiple cellular stress pathways with accelerated atherosclerosis in hyperhomocysteinemic apolipoprotein E-deficient mice.
Circulation. 2004;110:207–213.
48. Zulli A, Lau E, Wijaya BP, Jin X, Sutarga K, Schwartz GD, Learmont
J, Wookey PJ, Zinellu A, Carru C, Hare DL. High dietary taurine
reduces apoptosis and atherosclerosis in the left main coronary artery:
association with reduced CCAAT/enhancer binding protein homologous
protein and total plasma homocysteine but not lipidemia. Hypertension.
2009;53:1017–1022.
49. Dong Y, Zhang M, Wang S, Liang B, Zhao Z, Liu C, Wu M, Choi HC,
Lyons TJ, Zou MH. Activation of AMP-activated protein kinase inhibits
oxidized LDL-triggered endoplasmic reticulum stress in vivo. Diabetes.
2010;59:1386 –1396.
50. Dong Y, Zhang M, Liang B, Xie Z, Zhao Z, Asfa S, Choi HC, Zou MH.
Reduction of AMP-activated protein kinase alpha2 increases endoplasmic reticulum stress and atherosclerosis in vivo. Circulation. 2010;
121:792– 803.
51. Gora S, Maouche S, Atout R, Wanherdrick K, Lambeau G, Cambien F,
Ninio E, Karabina SA. Phospholipolyzed LDL induces an inflammatory
response in endothelial cells through endoplasmic reticulum stress signaling. FASEB J. In press.
52. Clarke MC, Figg N, Maguire JJ, Davenport AP, Goddard M, Littlewood
TD, Bennett MR. Apoptosis of vascular smooth muscle cells induces
features of plaque vulnerability in atherosclerosis. Nat Med. 2006;12:
1075–1080.
53. Van Herck JL, De Meyer GR, Martinet W, Bult H, Vrints CJ, Herman
AG. Proteasome inhibitor bortezomib promotes a rupture-prone plaque
phenotype in ApoE-deficient mice. Basic Res Cardiol. 2010;105:39 –50.
54. Salmeron J, Manson JE, Stampfer MJ, Colditz GA, Wing AL, Willett
WC. Dietary fiber, glycemic load, and risk of non-insulin-dependent
diabetes mellitus in women. JAMA. 1997;277:472– 477.
55. Kedi X, Ming Y, Yongping W, Yi Y, Xiaoxiang Z. Free cholesterol
overloading induced smooth muscle cells death and activated both ERand mitochondrial-dependent death pathway. Atherosclerosis. 2009;207:
123–130.
56. Tabas I. Consequences of cellular cholesterol accumulation: basic
concepts and physiological implications. J Clin Invest. 2002;110:
905–911.
57. Dickhout JG, Sood SK, Austin RC. Role of endoplasmic reticulum
calcium disequilibria in the mechanism of homocysteine-induced ER
stress. Antioxid Redox Signal. 2007;9:1863–1873.
58. Werstuck GH, Lentz SR, Dayal S, Hossain GS, Sood SK, Shi YY, Zhou
J, Maeda N, Krisans SK, Malinow MR, Austin RC. Homocysteineinduced endoplasmic reticulum stress causes dysregulation of the cho-

Downloaded from circres.ahajournals.org at COLUMBIA UNIV on October 2, 2010

Tabas

59.

60.

61.

62.

63.

64.
65.

66.

67.

68.

69.

70.

71.

72.

73.
74.

75.

76.

77.

78.

lesterol and triglyceride biosynthetic pathways. J Clin Invest. 2001;107:
1263–1273.
Colgan SM, Tang D, Werstuck GH, Austin RC. Endoplasmic reticulum
stress causes the activation of sterol regulatory element binding
protein-2. Int J Biochem Cell Biol. 2007;39:1843–1851.
Werstuck GH, Khan MI, Femia G, Kim AJ, Tedesco V, Trigatti B, Shi
Y. Glucosamine-induced endoplasmic reticulum dysfunction is associated with accelerated atherosclerosis in a hyperglycemic mouse model.
Diabetes. 2006;55:93–101.
Zhou J, Lhotak S, Hilditch BA, Austin RC. Activation of the unfolded
protein response occurs at all stages of atherosclerotic lesion development in apolipoprotein E-deficient mice. Circulation. 2005;111:
1814 –1821.
Myoishi M, Hao H, Minamino T, Watanabe K, Nishihira K,
Hatakeyama K, Asada Y, Okada K, Ishibashi-Ueda H, Gabbiani G,
Bochaton-Piallat ML, Mochizuki N, Kitakaze M. Increased endoplasmic
reticulum stress in atherosclerotic plaques associated with acute
coronary syndrome. Circulation. 2007;116:1226 –1233.
Schrijvers DM, De Meyer GR, Herman AG, Martinet W. Phagocytosis
in atherosclerosis: molecular mechanisms and implications for plaque
progression and stability. Cardiovasc Res. 2007;73:470 – 480.
Henson PM, Bratton DL, Fadok VA. Apoptotic cell removal. Curr Biol.
2001;11:R795–R805.
Liu J, Thewke DP, Su YR, Linton MF, Fazio S, Sinensky MS. Reduced
macrophage apoptosis is associated with accelerated atherosclerosis in
low-density lipoprotein receptor-null mice. Arterioscler Thromb Vasc
Biol. 2005;25:174 –179.
Arai S, Shelton JM, Chen M, Bradley MN, Castrillo A, Bookout AL,
Mak PA, Edwards PA, Mangelsdorf DJ, Tontonoz P, Miyazaki T. A role
for the apoptosis inhibitory factor AIM/Sp␣/Api6 in atherosclerosis
development. Cell Metab. 2005;1:201–213.
Kockx MM. Apoptosis in the atherosclerotic plaque: quantitative and
qualitative aspects. Arterioscler Thromb Vasc Biol. 1998;18:
1519 –1522.
Schrijvers DM, De Meyer GR, Kockx MM, Herman AG, Martinet W.
Phagocytosis of apoptotic cells by macrophages is impaired in atherosclerosis. Arterioscler Thromb Vasc Biol. 2005;25:1256 –1261.
Thorp E, Li G, Seimon TA, Kuriakose G, Ron D, Tabas I. Reduced
apoptosis and plaque necrosis in advanced atherosclerotic lesions of
Apoe-/- and Ldlr-/- mice lacking CHOP. Cell Metab. 2009;9:474 – 481.
Erbay E, Babaev VR, Mayers JR, Makowski L, Charles KN, Snitow
ME, Fazio S, Wiest MM, Watkins SM, Linton MF, Hotamisligil GS.
Reducing endoplasmic reticulum stress through a macrophage lipid
chaperone alleviates atherosclerosis. Nat Med. 2009;15:1383–1391.
Tsukano H, Gotoh T, Endo M, Miyata K, Tazume H, Kadomatsu T,
Yano M, Iwawaki T, Kohno K, Araki K, Mizuta H, Oike Y. The
endoplasmic reticulum stress-CHOP pathway-mediated apoptosis in
macrophages contributes to the instability of atherosclerotic plaques.
Arterioscler Thromb Vasc Biol. In press.
Seimon TA, Wang Y, Han S, Senokuchi T, Schrijvers DM, Kuriakose
G, Tall AR, Tabas IA. Macrophage deficiency of p38alpha MAPK
promotes apoptosis and plaque necrosis in advanced atherosclerotic
lesions in mice. J Clin Invest. 2009;119:886 – 898.
Seimon T, Tabas I. Mechanisms and consequences of macrophage
apoptosis in atherosclerosis. J Lipid Res. 2009;50(Suppl):S382–S387.
DeVries-Seimon T, Li Y, Yao PM, Stone E, Wang Y, Davis RJ, Flavell
R, Tabas I. Cholesterol-induced macrophage apoptosis requires ER
stress pathways and engagement of the type A scavenger receptor. J Cell
Biol. 2005;171:61–73.
Seimon TA, Obstfeld A, Moore KJ, Golenbock DT, Tabas I. Combinatorial pattern recognition receptor signaling alters the balance of life and
death in macrophages. Proc Natl Acad Sci U S A. 2006;103:
19794 –19799.
Seimon TA, Liao X, Magallon J, Moore KJ, Witztum JL, Tsimikas S,
Golenbock DT, Webb NR, Tabas I. Atherogenic lipids and lipoproteins
trigger CD36-TLR2-dependent apoptosis in macrophages undergoing
endoplasmic reticulum stress. Cell Metab. In press.
Seimon TA, Kim M, Blumenthal A, Koo J, Ehrt S, Wainwright H,
Bekker LG, Kaplan G, Nathan C, Tabas I, Russell DG. Induction of ER
stress in macrophages of tuberculosis granulomas. PLoS One. In press.
Li Y, Ge M, Ciani L, Kuriakose G, Westover E, Dura M, Covey D,
Freed JH, Maxfield FR, Lytton J, Tabas I. Enrichment of endoplasmic
reticulum with cholesterol inhibits SERCA2b activity in parallel with
increased order of membrane lipids. Implications for depletion of ER

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

96.

ER Stress in Atherosclerosis

849

calcium stores and apoptosis in cholesterol-loaded macrophages. J Biol
Chem. 2004;279:37030 –37039.
Manning-Tobin JJ, Moore KJ, Seimon TA, Bell SA, Sharuk M,
varez-Leite JI, de Winther MP, Tabas I, Freeman MW. Loss of SR-A
and CD36 activity reduces atherosclerotic lesion complexity without
abrogating foam cell formation in hyperlipidemic mice. Arterioscler
Thromb Vasc Biol. 2009;29:19 –26.
Feng B, Zhang D, Kuriakose G, Devlin CM, Kockx M, Tabas I.
Niemann-Pick C heterozygosity confers resistance to lesional necrosis
and macrophage apoptosis in murine atherosclerosis. Proc Natl Acad Sci
U S A. 2003;100:10423–10428.
Yao PM, Tabas I. Free cholesterol loading of macrophages induces
apoptosis involving the fas pathway. J Biol Chem. 2000;275:
23807–23813.
Yao PM, Tabas I. Free cholesterol loading of macrophages is associated
with widespread mitochondrial dysfunction and activation of the mitochondrial apoptosis pathway. J Biol Chem. 2001;276:42468 – 42476.
Marciniak SJ, Yun CY, Oyadomari S, Novoa I, Zhang Y, Jungreis R,
Nagata K, Harding HP, Ron D. CHOP induces death by promoting
protein synthesis and oxidation in the stressed endoplasmic reticulum.
Genes Dev. 2004;18:3066 –3077.
Higo T, Hattori M, Nakamura T, Natsume T, Michikawa T, Mikoshiba
K. Subtype-specific and ER lumenal environment-dependent regulation
of inositol 1,4,5-trisphosphate receptor type 1 by ERp44. Cell. 2005;
120:85–98.
Li Y, Schwabe RF, DeVries-Seimon T, Yao PM, Gerbod-Giannone MC,
Tall AR, Davis RJ, Flavell R, Brenner DA, Tabas I. Free cholesterolloaded macrophages are an abundant source of tumor necrosis
factor-alpha and interleukin-6: model of NF-kappaB- and map kinasedependent inflammation in advanced atherosclerosis. J Biol Chem.
2005;280:21763–21772.
Chen L, Jarujaron S, Wu X, Sun L, Zha W, Liang G, Wang X, Gurley
EC, Studer EJ, Hylemon PB, Pandak WM Jr, Zhang L, Wang G, Li X,
Dent P, Zhou H. HIV protease inhibitor lopinavir-induced TNF-alpha
and IL-6 expression is coupled to the unfolded protein response and
ERK signaling pathways in macrophages. Biochem Pharmacol. 2009;
78:70 –77.
Li F, Guo Y, Sun S, Jiang X, Tang B, Wang Q, Wang L. Free cholesterol-induced macrophage apoptosis is mediated by inositol-requiring
enzyme 1 alpha-regulated activation of Jun N-terminal kinase. Acta
Biochim Biophys Sin (Shanghai). 2008;40:226 –234.
Thorp E, Li Y, Bao L, Yao PM, Kuriakose G, Rong J, Fisher EA, Tabas
I. Increased apoptosis in advanced atherosclerotic lesions of Apoe-/mice lacking macrophage Bcl-2. Arterioscler Thromb Vasc Biol. 2009;
29:169 –172.
Cui D, Thorp E, Li Y, Wang N, Yvan-Charvet L, Tall AR, Tabas I.
Pivotal advance: macrophages become resistant to cholesterol-induced
death after phagocytosis of apoptotic cells. J Leukoc Biol. 2007;82:
1040 –1050.
Senokuchi T, Liang CP, Seimon TA, Han S, Matsumoto M, Banks AS,
Paik JH, Depinho RA, Accili D, Tabas I, Tall AR. Forkhead transcription factors (FoxOs) promote apoptosis of insulin-resistant macrophages during cholesterol-induced endoplasmic reticulum stress.
Diabetes. 2008;57:2967–2976.
Thorp E, Kuriakose G, Shah YM, Gonzalez FJ, Tabas I. Pioglitazone
increases macrophage apoptosis and plaque necrosis in advanced atherosclerotic lesions of nondiabetic low-density lipoprotein receptor-null
mice. Circulation. 2007;116:2182–2190.
Tabas I, Tall AR, Accili D. The impact of macrophage insulin resistance
on advanced atherosclerotic plaque progression. Circ Res. 2010;106:
58 – 67.
Ogata M, Hino S, Saito A, Morikawa K, Kondo S, Kanemoto S,
Murakami T, Taniguchi M, Tanii I, Yoshinaga K, Shiosaka S, Hammarback JA, Urano F, Imaizumi K. Autophagy is activated for cell
survival after endoplasmic reticulum stress. Mol Cell Biol. 2006;26:
9220 –9231.
Liang CP, Han S, Senokuchi T, Tall AR. The macrophage at the
crossroads of insulin resistance and atherosclerosis. Circ Res. 2007;100:
1546 –1555.
Liang CP, Han S, Li G, Senokuchi T, Tabas I, Tall AR. Impaired MEK
signaling and SERCA expression promotes ER stress and apoptosis in
insulin resistant macrophages and is reversed by exenatide treatment. In
press.
Han S, Liang CP, DeVries-Seimon T, Ranalletta M, Welch CL, CollinsFletcher K, Accili D, Tabas I, Tall AR. Macrophage insulin receptor

Downloaded from circres.ahajournals.org at COLUMBIA UNIV on October 2, 2010

850

97.

98.

99.

100.

101.

102.

103.

104.

105.

Circulation Research

October 1, 2010

deficiency increases ER stress-induced apoptosis and necrotic core formation in advanced atherosclerotic lesions. Cell Metab. 2006;3:
257–266.
Borradaile NM, Han X, Harp JD, Gale SE, Ory DS, Schaffer JE.
Disruption of endoplasmic reticulum structure and integrity in lipotoxic
cell death. J Lipid Res. 2006;47:2726 –2737.
Makowski L, Boord JB, Maeda K, Babaev VR, Uysal KT, Morgan MA,
Parker RA, Suttles J, Fazio S, Hotamisligil GS, Linton MF. Lack of
macrophage fatty-acid-binding protein aP2 protects mice deficient in
apolipoprotein E against atherosclerosis. Nat Med. 2001;7:699 –705.
Koschinsky ML, Marcovina SM Structure-function relationships in apolipoprotein (a): insights into lipoprotein (a) assembly and pathogenicity.
Curr Opin Lipidol. 2004;15:167–174.
Tregouet DA, Konig IR, Erdmann J, Munteanu A, Braund PS, Hall AS,
Grosshennig A, Linsel-Nitschke P, Perret C, DeSuremain M, Meitinger
T, Wright BJ, Preuss M, Balmforth AJ, Ball SG, Meisinger C, Germain
C, Evans A, Arveiler D, Luc G, Ruidavets JB, Morrison C, van der HP,
Schreiber S, Neureuther K, Schafer A, Bugert P, El Mokhtari NE,
Schrezenmeir J, Stark K, Rubin D, Wichmann HE, Hengstenberg C,
Ouwehand W, Ziegler A, Tiret L, Thompson JR, Cambien F, Schunkert
H, Samani NJ. Genome-wide haplotype association study identifies the
SLC22A3-LPAL2-LPA gene cluster as a risk locus for coronary artery
disease. Nat Genet. 2009;41:283–285.
Brazier L, Tiret L, Luc G, Arveiler D, Ruidavets JB, Evans A, Chapman
J, Cambien F, Thillet J. Sequence polymorphisms in the apolipoprotein
(a) gene and their association with lipoprotein (a) levels and myocardial
infarction. The ECTIM Study. Atherosclerosis. 1999;144:323–333.
Holmer SR, Hengstenberg C, Kraft HG, Mayer B, Poll M, Kurzinger S,
Fischer M, Lowel H, Klein G, Riegger GA, Schunkert H. Association of
polymorphisms of the apolipoprotein(a) gene with lipoprotein(a) levels
and myocardial infarction. Circulation. 2003;107:696 –701.
Erqou S, Kaptoge S, Perry PL, Di AE, Thompson A, White IR, Marcovina SM, Collins R, Thompson SG, Danesh J. Lipoprotein (a) concentration and the risk of coronary heart disease, stroke, and nonvascular
mortality. JAMA. 2009;302:412– 423.
Bergmark C, Dewan A, Orsoni A, Merki E, Miller ER, Shin MJ, Binder
CJ, Horkko S, Krauss RM, Chapman MJ, Witztum JL, Tsimikas S. A
novel function of lipoprotein [a] as a preferential carrier of oxidized
phospholipids in human plasma. J Lipid Res. 2008;49:2230 –2239.
Sun H, Unoki H, Wang X, Liang J, Ichikawa T, Arai Y, Shiomi M,
Marcovina SM, Watanabe T, Fan J. Lipoprotein (a) enhances advanced
atherosclerosis and vascular calcification in WHHL transgenic rabbits
expressing human apolipoprotein (a). J Biol Chem. 2002;277:
47486–47492.

106. Balch WE, Morimoto RI, Dillin A, Kelly JW. Adapting proteostasis for
disease intervention. Science. 2008;319:916 –919.
107. Perlmutter DH. Chemical chaperones: a pharmacological strategy for
disorders of protein folding and trafficking. Pediatr Res. 2002;52:
832– 836.
108. Ozcan U, Yilmaz E, Ozcan L, Furuhashi M, Vaillancourt E, Smith RO,
Gorgun CZ, Hotamisligil GS. Chemical chaperones reduce ER stress
and restore glucose homeostasis in a mouse model of type 2 diabetes.
Science. 2006;313:1137–1140.
109. Kurokawa M, Hideshima M, Ishii Y, Kyuwa S, Yoshikawa Y. Aortic ER
stress in streptozotocin-induced diabetes mellitus in APA hamsters. Exp
Anim. 2009;58:113–121.
110. Vaughan CJ, Gotto AM Jr, Basson CT. The evolving role of statins in
the management of atherosclerosis. J Am Coll Cardiol. 2000;35:1–10.
111. Chen JC, Wu ML, Huang KC, Lin WW. HMG-CoA reductase inhibitors
activate the unfolded protein response and induce cytoprotective GRP78
expression. Cardiovasc Res. 2008;80:138 –150.
112. Malhotra JD, Kaufman RJ. Endoplasmic reticulum stress and oxidative
stress: a vicious cycle or a double-edged sword? Antioxid Redox Signal.
2007;9:2277–2293.
113. Williams KJ, Fisher EA. Oxidation, lipoproteins, and atherosclerosis:
which is wrong, the antioxidants or the theory? Curr Opin Clin Nutr
Metab Care. 2005;8:139 –146.
114. Witztum JL, Steinberg D. The oxidative modification hypothesis of
atherosclerosis: does it hold for humans? Trends Cardiovasc Med. 2001;
11:93–102.
115. Blais JD, Chin KT, Zito E, Zhang Y, Heldman N, Harding HP, Fass D,
Thorpe C, Ron D. A small molecule inhibitor of endoplasmic reticulum
oxidation 1 (ERO1) with selectively reversible thiol reactivity. J Biol
Chem. 2010;285:20993–21003.
116. Kang HL, Benzer S, Min KT. Life extension in Drosophila by feeding
a drug. Proc Natl Acad Sci U S A. 2002;99:838 – 843.
117. Brown BG, Zhao XQ, Sacco DE, Albers JJ. Atherosclerosis regression,
plaque disruption, and cardiovascular events: a rationale for lipid
lowering in coronary artery disease. Annu Rev Med. 1993;44:365–376.
118. Libby P, Geng YJ, Aikawa M, Schoenbeck U, Mach F, Clinton SK,
Sukhova GK, Lee RT. Macrophages and atherosclerotic plaque stability.
Curr Opin Lipidol. 1996;7:330 –335.
119. Rosenfeld ME, Carson KG, Johnson JL, Williams H, Jackson CL,
Schwartz SM. Animal models of spontaneous plaque rupture: the holy
grail of experimental atherosclerosis research. Curr Atheroscler Rep.
2002;4:238 –242.
120. Yilmaz E, Akar R, Eker ST, Deda G, Adiguzel Y, Akar N. Relationship
between functional promoter polymorphism in the XBP1 gene (-116C/G)
and atherosclerosis, ischemic stroke and hyperhomocysteinemia. Mol Biol
Rep. 2010;37:269–272.

Downloaded from circres.ahajournals.org at COLUMBIA UNIV on October 2, 2010

