
The endoplasmic reticulum (ER), the entrance site for
proteins destined to reside in the secretory pathway or
the extracellular environment, is also the site of biosyn-
thesis for steroids and for cholesterol and many lipids.
Given the considerable number of resident structural
proteins and biosynthetic enzymes and the high expres-
sion of many secreted proteins, the total concentration
of proteins in the this organelle can reach 100 mg/ml.
The ER relies on an efficient system of protein chaper-
ones that prevent the accumulation of unfolded or
aggregated proteins and correct misfolded proteins that
are caught in low-energy kinetic traps (see Horwich, this
Perspective series, ref. 1).

These chaperone-mediated processes expend meta-
bolic energy to ensure high-fidelity protein folding in
the lumen of the ER. For example, the most abundant
ER chaperone, BiP/GRP78, uses the energy from ATP
hydrolysis to promote folding and prevent aggregation
of proteins within the ER. In addition, the oxidizing
environment of the ER creates a constant demand for
cellular protein disulfide isomerases to catalyze and
monitor disulfide bond formation in a regulated and
ordered manner. Operating in parallel with chaperone-
dependent protein folding are several “quality control”
mechanisms, which ensure that, of all proteins translo-
cated into the ER lumen, only those that are properly
folded transit to the Golgi compartment. Proteins that
are misfolded in the ER are retained until they reach
their native conformation or are retrotranslocated back

into the cytosol for degradation by the 26S proteasome.
The ER has evolved highly specific signaling path-

ways to ensure that its protein-folding capacity is not
overwhelmed. These pathways, collectively termed the
unfolded protein response (UPR), are required if the
cell is to survive the ER stress (see Ron, this Perspective
series, ref. 2) that can result from perturbation in calci-
um homeostasis or redox status, elevated secretory pro-
tein synthesis, expression of misfolded proteins,
sugar/glucose deprivation, or altered glycosylation.
Upon accumulation of unfolded proteins in the ER
lumen, the UPR is activated, reducing the amount of
new protein translocated into the ER lumen, increas-
ing retrotranslocation and degradation of ER-localized
proteins, and bolstering the protein-folding capacity of
the ER. The UPR is orchestrated by the coordinate tran-
scriptional activation of multiple genes, a general
decrease in translation initiation, and a concomitant
shift in the mRNAs that are translated.

The recent discovery of the mechanisms of ER stress
signaling, coupled with the ability to genetically engi-
neer model organisms, has led to major new insights
into the diverse cellular and physiological processes
that are regulated by the UPR. Here, I summarize cur-
rent discoveries that have offered insights into the com-
plex regulation of the UPR and its relevance to human
physiology and disease.

Glucose and protein folding
Early studies demonstrated that both viral transforma-
tion and glucose depletion induce transcription of a set
of related genes that were termed glucose-regulated pro-
teins (GRPs) (3). Since viral transformation increases
both the cellular metabolic rate and ATP utilization, it
became evident that, in both cases, this signal emanates
from the ER as a consequence of energy deprivation.
Because proteins have different ATP requirements for
protein folding prior to export, it has been proposed
that the threshold for UPR activation might differ
among various cell types, depending on their energy
stores and the amount and nature of the secretory pro-
teins they produce (4).

Glucose not only provides the metabolic energy need-
ed by cells but also participates directly in glycoprotein
folding as a component of oligosaccharide structures.
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The recognition and modification of oligosaccharide
structures in the lumen of the ER is intimately coupled
to polypeptide folding (5). As the growing nascent chain
is translocated into the lumen of the ER, a 14-oligosac-
charide core (GlcNAc2Man9Glc3) is added to consensus
asparagine residues. Immediately after the addition of
this core, the three terminal glucose residues are cleaved
by the sequential action of glucosidases I and II to yield
a GlcNAc2Man9 structure. If the polypeptide is not fold-
ed properly, a UDP-glucose:glycoprotein glucosyltrans-
ferase (UGGT) recognizes the unfolded nature of the gly-
coprotein and reglucosylates the core structure to
re-establish the glucose-α(1, 3)–mannose glycosidic link-
age. Monoglucosylated oligosaccharides containing this
bond bind to the ER-resident protein chaperones cal-
nexin and calreticulin.

This quality control process ensures that unfolded
glycoproteins do not exit the ER. Treatment of cells
with castanospermine, a transition-state analogue
inhibitor of glucosidases I and II, inhibits this
monoglucosylation cycle, prevents interaction of
unfolded glycoproteins with calnexin and calreticulin,
and activates the UPR. Genetic alterations that reduce
the nucleotide sugar precursor pool or glycosyltrans-
ferase reactions likewise activate the UPR (6). There-
fore, the recognition of altered carbohydrate structures
is in some manner linked to UPR activation.

The UPR in yeast and higher eukaryotes
On a cellular level, the accumulation of unfolded pro-
teins in the ER lumen induces the transcription of a
large set of genes whose products increase the ER’s vol-
ume or its capacity for protein folding or promote the
degradation of misfolded proteins through the process
of ER-associated protein degradation (ERAD) (7). For
example, transcription of the ER protein chaperone BiP
is a classical marker for UPR activation in yeast and
mammalian cells (8). BiP binds hydrophobic exposed
patches on the surfaces of unfolded proteins and inter-
active sites on unassembled protein subunits, and it
releases its polypeptide substrates upon ATP binding.

In parallel, as Ron (this Perspective series, ref. 2) details
in his accompanying article, translation is attenuated to
decrease the protein-folding load. The complex network
of physiological responses to ER stress is regulated by
only a few ER transmembrane proteins: IRE1, PERK,
and ATF6 (9). IRE1, PERK, and ATF6 are proximal sen-
sors that regulate the production and/or quality of basic
leucine zipper–containing (bZIP-containing) transcrip-
tion factors that may form homo- and heterodimers.
Combinatorial interactions of these factors generate
diversity in responses for different subsets of UPR-
responsive genes. In multicellular organisms, if these
adaptive responses are not sufficient to relieve ER stress,
the cell dies through apoptosis or necrosis.

IRE1-dependent splicing
The UPR-signaling pathway was first described less
than ten years ago in the budding yeast Saccharomyces
cerevisiae. Elegant studies identified IRE1 as the sensor
of unfolded proteins in the ER lumen. IRE1 is a type 1

transmembrane Ser/Thr protein kinase that also has a
site-specific endoribonuclease (RNase) activity. The
presence of unfolded proteins in the ER lumen pro-
motes dimerization and trans-autophosphorylation,
rendering IRE1 active as an RNase, and allowing it to
cleave a 252-base intron from the mRNA encoding the
transcription factor HAC1 (10). The 5′ and 3′ ends of
HAC1 mRNA are spliced together by tRNA ligase in a
process that is independent of the spliceosome and the
usual intranuclear machinery for mRNA splicing. Splic-
ing of HAC1 mRNA increases its translational efficien-
cy and alters sequence of the encoded HAC1 protein,
yielding a potent transcriptional activator (11) that can
bind and activate the UPR elements (UPREs) upstream
of many UPR-inducible genes. In S. cerevisiae, the UPR
activates transcription of approximately 381 genes (7).

All eukaryotic cells appear to have maintained the
essential and unique properties of the UPR present in S.
cerevisiae, but higher eukaryotes possess additional sen-
sors that generate diverse, coordinately regulated
responses that promote stress adaptation or cell death.
The mammalian genome contains two homologues of
yeast IRE1 — IRE1α and IRE1β. Whereas IRE1α is
expressed in most cells and tissues, with high-level
expression in the pancreas and placenta (12), IRE1β
expression is prominent only in intestinal epithelial cells
(13). Both IRE1 molecules respond to the accumulation
of unfolded proteins in the ER, which activate their
kinase and, thereby, their RNase activities. The cleavage
specificities of IRE1α and IRE1β are similar, if not iden-
tical, suggesting that they do not recognize different
sets of substrates but rather generate temporally specif-
ic and tissue-specific expression (14, 15).

Searching for transcription factors that mediate the
UPR, Yoshida et al. defined a mammalian ER stress
response element [ERSEI; CCAAT(N9)CCACG] that is
necessary and sufficient for UPR gene activation. Using
a yeast one-hybrid screen, these authors isolated XBP1,
a bZIP transcription factor X-box DNA binding protein
(16). Subsequently, several groups demonstrated that
XBP1 mRNA is a substrate for mammalian IRE1, much
as the HAC1 mRNA in S. cerevisiae is processed by the
yeast IRE1; this pathway is also conserved in Caenorhab-
ditis elegans (17–20). On activation of the UPR, XBP1
mRNA is cleaved by IRE1 to remove a 26-nucleotide
intron and generate a translational frameshift. As
expected given the precedent of HAC1 regulation in
yeast, the resulting processed mRNA encodes a protein
with a novel carboxy-terminus that acts as a potent
transcriptional activator.

Overexpression of either IRE1α or IRE1β is sufficient
to activate transcription from a BiP promoter reporter
construct (15). Analysis of a minimal UPRE motif
(TGACGTGC/A) (21) uncovered a transcriptional defect
in IRE1α-null mouse embryo fibroblasts that could be
complemented by expression of spliced XBP1 mRNA
(20), and Yoshida et al. (unpublished data) recently iden-
tified a UPR-inducible gene that uniquely requires
IRE1α-mediated splicing of XBP1 mRNA. However, nei-
ther IRE1α nor IRE1β is necessary for transcriptional
activation of the BiP gene, as judged by the phenotype of
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IRE1α/β–deleted murine cells (20, 22, 23). These results
indicate that a subset of UPR targets require IRE1 but
that at least one IRE1-independent pathway exists for
UPR-mediated transcriptional induction.

Deletion of IRE1α causes embryonic lethality at
embryonic day 10.5 (E10.5) (20, 22, 23). Therefore,
although IRE1α is not required for the UPR, it is clear-
ly required for mammalian embryogenesis. XBP1 dele-
tion also causes embryonic lethality, but the mutant
embryos can survive up to day E14.5, consistent with
the notion that XBP1 acts downstream of IRE1α. XBP1
deletion causes cardiomyopathy and liver hypoplasia
(24, 25). In contrast, IRE1β-null mice develop normal-
ly but exhibit increased susceptibility to experimental-
ly induced colitis, a phenotype that is consistent with
the specific expression of this kinase in the intestinal
epithelium (26).

Activation of ATF6 and PERK by ER stress
The activating transcription factor ATF6 (16) has been
identified as another regulatory protein that, like XBP1,
can bind ERSEI elements in the promoters of UPR-
responsive genes. There are two forms of ATF6, both
synthesized as ER transmembrane proteins. ATF6α (90
kDa) and ATF6β (110 kDa, also known as CREB-RP)
both require the presence of the transcription factor
CBF (also called NF-Y) to bind ERSEI (27–30).

On activation of the UPR, both forms of ATF6 are
processed to generate 50- to 60-kDa cytosolic, bZIP-
containing transcription factors that migrate to the
nucleus (27). Processing of ATF6 by site-1 protease
(S1P) and site-2 protease (S2P) occurs within the trans-
membrane segment and at an adjacent site exposed to
the ER lumen. S1P and S2P are the processing enzymes
that cleave the ER-associated transmembrane sterol-
response element–binding protein (SREBP) upon cho-
lesterol deprivation (31). The cytosolic fragment of
cleaved SREBP migrates to the nucleus to activate tran-
scription of genes required for sterol biosynthesis.
Interestingly, although the mechanism regulating
ATF6 processing is similar to that regulating SREBP
processing (32), the UPR only elicits ATF6 processing,
whereas sterol deprivation alone induces SREBP pro-
cessing. The SREBP cleavage–activating protein (SCAP)
confers specificity for SREBP transport to the Golgi
compartment, and consequently cleavage in response
to sterol deprivation (33). It is unknown whether
another cleavage-activating protein, analogous to
SCAP but active only following induction of the UPR,
promotes the specific cleavage and activation of ATF6
by S1P and S2P.

Transcription of UPR-responsive genes is induced
when the cleaved form of ATF6 activates the XBP1 pro-
moter. Therefore, signaling through ATF6 and IRE1
merges to induce XBP1 transcription and mRNA splic-
ing, respectively (Figure 1, a and b). ATF6 increases
XBP1 transcription to produce more substrate for IRE1-
mediated splicing that generates more active XBP1, pro-
viding a positive feedback for UPR activation. However,
cells that lack either IRE1α or ATF6 cleavage can induce
XBP1 mRNA (20). These two pathways may thus pro-

vide parallel signaling pathways for XBP1 transcrip-
tional induction. Alternatively, another pathway — pos-
sibly mediated by the ER-localized protein kinase PERK
(see Ron, this Perspective series, ref. 2) — may also con-
tribute to induction of XBP1 mRNA. The binding speci-
ficities of XBP1 and ATF6 are similar, although ATF6
binding requires CBF binding to an adjacent site, where-
as XBP1 binds independently (17, 20, 21, 34). These
binding specificities provide another avenue for com-
plementary interaction between the IRE1-XBP1 and
ATF6 pathways at the level of transcriptional activation.
In addition, these transcription factors might regulate
transcription from a second ERSE (ERSEII), which also
contains a CCACG motif (35).

In parallel with the activation of ATF6 processing and
the consequent changes in gene transcription, the accu-
mulation of unfolded proteins in the ER also alters cellu-
lar patterns of translation. The protein kinase PERK has
been implicated in this aspect of the ER stress response
(see Ron, this Perspective series, ref. 2). Activated PERK
phosphorylates the α subunit of eukaryotic translation
initiation factor 2 (eIF2α) and attenuates general protein
synthesis. Inactivation of the PERK-eIF2α phosphoryla-
tion pathway decreases cells’ ability to survive ER stress
(36, 37). The PERK pathway promotes cell survival not
only by limiting the protein-folding load on the ER, but
also by inducing transcription of UPR-activated genes,
one-third of which require phosphorylation of eIF2α for
their induction (36). Preferential translation of the tran-
scription factor ATF4 allows for continued activation of
these genes under conditions of stress, when general pro-
tein synthesis is inhibited (36, 37).

A coordinated mechanism for activation
One puzzling question about the UPR is how three
independent sensors are activated by a common stim-
ulus, the accumulation of unfolded proteins in the ER
lumen. BiP, which negatively regulates the UPR, inter-
acts with all three sensors, IRE1, PERK, and ATF6,
under nonstressed conditions and may indeed be the
master regulator of UPR activation.

Upon accumulation of unfolded proteins in the ER,
BiP is released from IRE1, PERK, and ATF6. It is believed
that the unfolded proteins bind BiP and sequester it
from interacting with IRE1, PERK, and ATF6 to elicit
their activation. In this manner, BiP senses both the level
of unfolded proteins and the energy (ATP) level in the
cell in regulating the UPR. Following release from BiP,
IRE1 and PERK are each free to undergo spontaneous
homodimerization mediated by their lumenal domains
and to become phosphorylated by their endogenous
kinase activities (38, 39). BiP interaction with ATF6 pre-
vents trafficking of ATF6 to the Golgi compartment. For
this reason, BiP release permits ATF6 transport to the
Golgi compartment, where it gains access to S1P and
S2P proteases (32). The regulation of signaling through
the free level of BiP is an attractive hypothesis providing
a direct mechanism by which all three ER stress sensors
could be activated by the same stimulus. In addition, the
increase in BiP during the UPR would provide a negative
feedback to turn off UPR signaling. However, in certain
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cells, different stress conditions can selectively activate
only one or two of the ER stress sensors. For example, in
pancreatic β cells, glucose limitation appears to activate
PERK prior to activation of IRE1 (D. Scheuner and R.J.
Kaufman, unpublished results). It will be important to
elucidate how general BiP repression permits the selec-
tive activation of individual components of the UPR that
mediate various downstream effects.

The UPR as a mediator of programmed cell death
In contrast to UPR-signaling adaptation in response to
ER stress, prolonged UPR activation leads to apoptot-
ic cell death (Figure 2). The roles of several death-pro-
moting signaling pathways have been shown by analy-
sis of specific gene-deleted cells. Activated IRE1 recruits
c-Jun-N-terminal inhibitory kinase (JIK) and the
cytosolic adaptor TRAF2 to the ER membrane (22, 40).
TRAF2 activates the apoptosis-signaling kinase 1
(ASK1), a mitogen-activated protein kinase kinase
kinase (MAPKKK) (41). Activated ASK1 leads to acti-
vation of the JNK protein kinase and mitochondria-
dependent caspase activation (40–42).

ER insults lead to caspase activation by mitochon-
dria/APAF-1–dependent and –independent pathways.

ER stress promotes cytochrome c release from mito-
chondria, possibly by c-ABL kinase (43) or calcium (44).
However, APAF1–/– cells are susceptible to ER
stress–induced apoptosis, indicating that the mito-
chondrial pathway is not essential (45). Caspase-12 is
an ER-associated proximal effector in the caspase acti-
vation cascade, and cells lacking this enzyme are par-
tially resistant to inducers of ER stress (46). ER stress
induces TRAF2 release from procaspase 12, allowing it
to bind activated IRE1. As shown in Figure 2, release of
TRAF2 permits clustering of procaspase-12 at the ER
membrane, leading to its activation (40). Caspase-12
can activate caspase-9, which in turn activates caspase-
3 (47). Procaspase-12 can also be activated by m-calpain
in response to calcium release from the ER, although
the physiological significance of this pathway is not
known (48). In addition, upon ER stress, procaspase-7
is activated and recruited to the ER membrane (49).
These findings support the notion that ER stress leads
to several redundant pathways for caspase activation.

A second death-signaling pathway activated by ER
stress is mediated by transcriptional activation of genes
encoding proapoptotic functions. Activation of UPR
sensor IRE1, PERK, or ATF6 leads to transcriptional
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Figure 1
Signaling the UPR in eukaryotes. Three proximal sensors, IRE1, PERK, and ATF6, coordinately regulate the UPR through their various signaling path-
ways. Whereas IRE1 and PERK are dispensable for many aspects of the response, ATF6 cleavage is required for UPR transcriptional induction and appears
to be the most significant of these effectors in mammalian cells. BiP negatively regulates these pathways. BiP interacts with ATF6 to prevent its transport
to the Golgi compartment (a). BiP binds to the lumenal domains of IRE1 (b) and PERK (c) to prevent their dimerization. As unfolded proteins accu-
mulate, they bind BiP and reduce the amount of BiP available to bind and inhibit activation of IRE1, PERK, and ATF6. (a) BiP release from ATF6 per-
mits transport to the Golgi compartment. In the Golgi, ATF6 is cleaved by S1P and S2P proteases to yield a cytosolic fragment that migrates to the nucle-
us to activate transcription of responsive genes, including XBP1. (b) BiP release from IRE1 permits dimerization to activate its kinase and RNase activities
to initiate XBP1 mRNA splicing. XBP1 splicing removes a 26-base intron, creating a translational frameshift to yield a more potent transcriptional acti-
vator. (c) BiP release permits PERK dimerization and activation to phosphorylate Ser51 on eIF2α to reduce the frequency of AUG initiation codon recog-
nition. As eIF2α phosphorylation reduces the functional level of eIF2, the general rate of translation initiation is reduced. However, selective mRNAs,
such as ATF4 mRNA, are preferentially translated under these conditions, possibly by the presence of open reading frames within the 5′ untranslated
region of the mRNA. Upon recovery from the UPR, GADD34 targets PP1 to dephosphorylate eIF2α and increase protein translation.



activation of CHOP/GADD153, a bZIP transcription
factor that potentiates apoptosis (see Ron, this Per-
spective series, ref. 2).

The UPR in health and disease
Primary amino acid sequence contains all the infor-
mation for a protein to attain its final folded confor-
mation. However, many folding intermediates exist
along the folding pathway (see Horwich, this Per-
spective series, ref. 1), and some of these intermediates
can become irreversibly trapped in low-energy states
and activate the UPR. Clearance of such misfolded
species requires a functional ER-associated degrada-
tion (ERAD) pathway, which is regulated by the UPR.
Proteasomal degradation of ER-associated misfolded
proteins is required to protect from UPR activation.
Proteasomal inhibition is sufficient to activate the
UPR, and, in turn, genes encoding several compo-
nents of ERAD are transcriptionally induced by the
UPR (7). Therefore, it is to be expected that UPR acti-
vation and impaired ERAD function might con-
tribute to a variety of diseases and that polymor-
phisms affecting the UPR and ERAD responses could
modify disease progression. The following examples
provide the best available evidence linking the UPR
pathway to the natural history of human diseases and
animal models of these diseases.

The UPR and ERAD in genetic disease
Many recessive inherited genetic diseases are due to loss-
of-function mutations that disturb productive folding
and that produce proteins that are either not secreted
or not functional. In other cases, protein-folding muta-
tions can interfere with cellular processes, resulting in a
gain of function and a dominant pattern of inheritance.
In several instances, UPR activation by the accumula-
tion of unfolded proteins in the ER is known to con-
tribute to disease progression. The distinction between
these two classes of genetic disease is important,
because gain-of-function protein-misfolding mutations
will be less amenable to treatment by gene therapy to
deliver a wild-type copy of the mutant gene.

One well-characterized protein-folding defect results
from a mutation that leads to type 1 diabetes. The
Akita mouse has a gain-of-function Cys96Tyr muta-
tion in the proinsulin 2 (Ins2) gene; this mutation dis-
rupts proinsulin folding. The mutant protein is
retained in the ER of the pancreatic β cell and activates
the UPR. Crucially, the progressive development of dia-
betes in this model is not solely due to the lack of
insulin but is rather a consequence of the misfolded
protein accumulation, UPR activation, and β cell death.
When bred into a Chop–/– background, the Akita muta-
tion causes a lesser degree of β cell death and delayed
onset of diabetes (50), indicating that the loss of at least
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Figure 2
Signaling UPR-mediated cell death. The activation of procaspase-12 is likely the major pathway that induces apoptosis in response to ER stress. Upon
activation of the UPR, c-Jun-N-terminal inhibitory kinase (JIK) release from procaspase-12 permits clustering and activation of procaspase-12. Cas-
pase-12 activates procaspase-9 to activate procaspase-3, the executioner of cell death. In addition, activated IRE1 binds JIK and recruits TRAF2,
which signals through apoptosis-signaling kinase 1 (ASK1) and JNK to promote mitochondria-dependent apoptosis. In addition, in vitro studies sug-
gest that localized calcium release from the ER activates m-calpain to cleave and activate procaspase-12. Upon UPR activation, procaspase-7 is acti-
vated and recruited to the ER membrane. Finally, IRE1, PERK, and ATF6 induce transcription of several genes encoding apoptotic functions, includ-
ing CHOP/GADD153. CSP, caspase; pCSP, procaspase.



one downstream signaling component of the UPR can
ameliorate pathogenesis in this setting.

Deficiency in α1-proteinase inhibitor (α1-PI, also
known as α1-antitrypsin) results in emphysema and
destructive lung disease in one out of 1,800 births.
However, a subgroup of affected individuals develop
chronic liver disease and hepatocellular carcinoma as a
consequence of a secretion defect in the misfolded pro-
tein at the site of synthesis, the hepatocyte. This is the
most common genetic cause of liver disease in children.
The Z allele of the α1 gene PI (Glu342Lys mutation)
produces a protein that polymerizes and is retained in
the ER for degradation by the proteasome (see Lomas
and Mahadeva, this Perspective series, ref. 51; and Perl-
mutter, this series, ref. 52). While α1-PI Z neither binds
BiP nor activates the UPR, analysis of fibroblasts
obtained from these patients demonstrates that indi-
viduals susceptible to liver disease have inherited a sec-
ond trait that slows degradation of the misfolded pro-
tein in the ER (53), consistent with the idea that
polymorphisms that reduce ERAD function can exac-
erbate pathogenesis of certain diseases.

There are numerous additional genetic misfolding
diseases that are also likely influenced by UPR signal-
ing. Because BiP release from IRE1, PERK, or ATF6 can
activate the UPR, the expression of any wild-type or
mutant protein that binds BiP can have a similar effect.
In contrast, misfolded proteins that do not bind BiP are
unlikely to activate the UPR. For example, cystic fibro-
sis is due to mutations in the cystic fibrosis transmem-
brane conductance regulator (CFTR) protein. Approx-
imately 70% of patients with this disease carry a
common mutation, deletion of Phe508, that results in
a molecule that is retained in the ER and eventually
degraded by the proteosome (see Gelman and Kopito,
this Perspective series, ref. 54). Although expression of
∆508 CFTR does not activate the UPR in cultured cells,
the protein does interact with calnexin, as well as
HSP70, and requires ERAD function for cell survival.

Osteogenesis imperfecta (OI) results from misfolding
mutations in procollagen that produce molecules that
bind BiP and activate the UPR (55). Interestingly, Wol-
cott-Rallison syndrome is due to inactivating mutations
in the PERK gene. Affected individuals, as well as mice
with deletions in Perk, display osteoporosis and defi-
cient mineralization throughout the skeletal system (56,
57), the same defects that are observed in OI. Procolla-
gen type I accumulates to high levels and mature colla-
gen is not detected in bone and osteoblasts from PERK-
null mice. Osteoblasts from PERK-null humans and
mice display fragmented and distended ER that is filled
with electron-dense material (56, 57). These observa-
tions suggest that procollagen type 1 uniquely requires
PERK function to maintain its transport out of the ER,
processing, and secretion In this case, PERK may be
required to limit procollagen synthesis so that it does
not saturate the ER protein-folding capacity.

The UPR and ERAD in conformational diseases
Diseases caused by expansion of polyglutamine repeats
and neurodegenerative diseases, such as Alzheimer dis-

ease and Parkinson disease, represent a large class of
conformational diseases associated with accumulation
of abnormal protein aggregates in and around affected
neurons. Recent evidence indicates that the pathogen-
esis of these diseases is due to a defect in proteasomal
function that results in UPR activation, leading to cell
death. The protein aggregates in these diseases are
localized to the nucleus or the cytoplasm and would
not be predicted to disturb ER function directly. Nev-
ertheless, they have been found in some cases to acti-
vate the UPR and to promote cell death. Analysis of the
polyglutamine repeat associated with the spinocere-
brocellular atrophy protein (SCA3) in Machado-Joseph
disease suggests that cytoplasmic accumulation of the
SCA3 aggregate can inhibit proteasome function,
thereby interfering with ERAD to induce the UPR and
elicit caspase-12 activation (41, 58). These findings sup-
port the idea that the UPR can signal the accumulation
of unfolded proteins in the cytosol via proteasomal
inhibition and disruption of ERAD function.

Parkinson disease is the most common movement
disorder, affecting about 1% of individuals 65 years of
age or older. Autosomal recessive juvenile parkinson-
ism (AR-JP) results from defects in the Parkin gene (59),
which encodes a ubiquitin protein ligase (E3) that func-
tions with ubiquitin-conjugating enzyme UbcH7 or
UbcH8 to tag proteins for degradation. Overexpression
of Parkin suppresses cell death associated with ER
stress (60). Inherited Parkinson disease is associated
with the accumulation in the ER of dopaminergic neu-
rons of PAEL-R, a putative transmembrane receptor
protein that is detected in an insoluble form in the
brains of AR-JP patients (61). The accumulation of
PAEL-R results from defective Parkin that does not
maintain the proteasome-degrading activity necessary
to maintain ER function (62). Other, still-unidentified
substrates of the Parkin E3 ligase may also be relevant
to the pathogenesis of AR-JP.

The UPR in diabetes
The metabolism of glucose is tightly controlled at the
levels of synthesis and utilization through hormonal reg-
ulation. The most dramatic phenotype in Wolcott-Ralli-
son syndrome is pancreatic β cell death with infancy-
onset diabetes (56). A similar defect is observed in
PERK-null mice; this defect also correlated with
increased apoptosis of β cells (57, 63). In addition, mice
with a homozygous Ser51Ala mutation at the PERK
phosphorylation site in eIF2α display an even greater β
cell loss that appears in utero (36). Therefore, transla-
tional control through PERK-mediated phosphoryla-
tion of eIF2α is required to maintain β cell survival (see
Ron, this Perspective series, ref. 2). The more severe β cell
loss in mice harboring the Ser51Ala eIF2αmutation sug-
gests that additional eIF2α kinases partially comple-
ment the requirement for PERK in β cell function (36).

Glucose not only promotes the secretion of insulin
but also stimulates insulin transcription and transla-
tion (64–66). Our group has proposed that glucose-
stimulated proinsulin mRNA translation is regulated
by PERK-mediated phosphorylation of eIF2α in
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response to UPR activation 36). As blood glucose
declines, energy may become limiting for protein fold-
ing in the ER and therefore activate the UPR to pro-
mote PERK-mediated phosphorylation of eIF2α. Con-
versely, a rise in blood glucose would turn off the UPR
so that translation would accelerate, allowing entry of
new preproinsulin into the ER. In this manner, PERK-
mediated phosphorylation of eIF2α provides a brake
on protein synthesis, including proinsulin translation.
Continual elevation of blood glucose may also prolong
elevated proinsulin translation, eventually activating
the UPR as the secretion capacity of the ER is over-
whelmed. Therefore, a delicate balance between glucose
levels and eIF2α phosphorylation needs to be main-
tained: Disturbances in either direction may lead to
excessive UPR activation, with eventual β cell death.

The insulin resistance and hyperglycemia associated
with type 2 diabetes is accommodated by an increase in
proinsulin translation. Under these conditions the
UPR is activated to compensate for the increased pro-
tein-folding requirement in the ER. Prolonged activa-
tion of the UPR could contribute to the β cell death
associated with insulin resistance. Thus, the signaling
mechanisms that β cells use for sensing glucose levels,
triggering insulin secretion, and rapidly controlling
insulin biosynthesis may have coevolved with ER sig-
naling pathways to support these specialized functions.

Pancreatic β cells are exquisitely sensitive to physio-
logical fluctuations in blood glucose, because, in con-
trast to other cell types, they lack hexokinase, an
enzyme with a low affinity but a high capacity for bind-
ing glucose. Therefore, in β cells, the production of glu-
cose 6-phosphate and the production of ATP through
glycolysis are controlled by glucokinase (67), and the
ratio of ATP to ADP correlates directly with the blood
glucose level. Periodic decreases in blood glucose level
(as occurs between meals) would decrease the
ATP/ADP ratio and compromise protein folding in the
ER so that the UPR may be frequently activated in these
cells. Hence, when glucose levels vary within the nor-
mal physiological range, the ER compartment of the β
cell may be exposed to greater energy fluctuations than
is the ER of other cell types, making the β cell unique-
ly dependent on the UPR for survival during intermit-
tent decreases in blood glucose levels, as happens
between meals. Additionally, the high-level expression
of PERK and IRE1α in the pancreas may predispose
these kinases to dimerization and activation in
response to intermittent stress.

The UPR in organelle expansion
The UPR is required for ER expansion that occurs
upon differentiation of highly specialized secretory
cells, but ER membrane expansion can also proceed
independently of UPR activation. Overexpression of
membrane proteins, such as HMG CoA reductase or
the peroxisomal protein Pex15, promotes the expan-
sion of smooth membranes without UPR activation
(68, 69), as does overexpression of the p180 ribosome
acceptor in the rough ER membrane (70). Conversely,
protein overexpression, even under circumstances in

which secretory capacity is unchanged (as occurs fol-
lowing the induction of high levels of cytochrome
p450), can activate the UPR to induce ER chaperone
levels to match the expanded membrane area (71, 72).

During the terminal differentiation of certain secre-
tory cells, such as those in the pancreas or liver, mem-
brane expansion is accompanied by a dramatic increase
in protein secretion. Likewise, upon B cell maturation
into high-level antibody-secreting plasma cells, the ER
compartment expands approximately fivefold to
accommodate the large increase in Ig synthesis. The
requirement for the UPR in this latter process has been
demonstrated in XBP1–/– cells. Since deletion of XBP1
produces an embryonic-lethal phenotype at day E14.5,
the role of XBP1 in B and T cell development had to be
studied in immunoincompetent RAG1–/– mice reconsti-
tuted with XBP1–/– embryonic stem cells (73). Work in
these chimeric mice demonstrated that XBP1 is required
for high-level Ig production. Interestingly, the induction
of Ig heavy-chain and light-chain gene rearrangement
and the assembly and transport of Igµ to the surface of
the B cells occurred normally. However, plasma cells
were not detected, suggesting a role for XBP1 in plasma
cell differentiation or survival.

These findings support the hypothesis that induction
of Ig synthesis activates the UPR to induce ER expan-
sion to accommodate the high-level antibody expres-
sion. Alternatively, activation of the UPR may be part
of the differentiation program that occurs prior to
induction of high-level antibody synthesis. Plasma cell
differentiation is stimulated in vivo by treatment with
LPS or by ligation of CD40 receptors, treatments that
activate the innate immune response and have been
shown to induce XBP1 mRNA splicing (19). Thus, the
UPR may contribute to a programmed response to sig-
nals that increase a cell’s protein-secretory demand.

The UPR in hyperhomocysteinemia.
The association between high levels of serum homo-
cysteine and the development of ischemic heart disease
and stroke is supported by substantial epidemiological
data. Unfortunately, it is not known whether homo-
cysteine is the underlying cause of atherosclerosis and
thrombosis. Severe hyperhomocysteinemia is caused by
mutation in the cystathionine β-synthase (CBS) gene,
whose product is a vitamin B6–dependent enzyme
required for the conversion of homocysteine to cys-
teine. Elevated homocysteine is also associated with
vitamin B deficiency. In cultured vascular endothelial
cells, homocysteine induces protein misfolding in the
ER by interfering with disulfide bond formation, and
it activates the UPR to induce expression of several ER
stress response proteins, such as BiP, GRP94, CHOP,
and HERP (74–76). Homocysteine also activates apop-
tosis in a manner that requires an intact IRE1-signal-
ing pathway (76).

These findings suggest that homocysteine acts intra-
cellularly to disrupt ER homoeostasis. Indeed, recent
studies confirm that induction of hyperhomocysteine-
mia elicits UPR activation in the livers of normal or Cbs+/–

mice (77). In addition, hyperhomocysteinemia activates
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SREBP cleavage, leading to intracellular accumulation
of cholesterol (77). Increased cholesterol biosynthesis
may explain the hepatic steatosis and possibly the ath-
erosclerotic lesions associated with hyperhomocysteine-
mia. Finally, hyperhomocysteinemia accelerates athero-
sclerosis in ApoE–/– mice (78, 79), although the molecular
mechanisms remain to be elucidated.

Hyperhomocysteinemia is also associated with in-
creased amyloid production and increased amyloid-medi-
ated neuronal death in animal models of Alzheimer dis-
ease (80). These observations suggest that the UPR may
link the disease etiologies of hyperhomocysteinemia and
Alzheimer disease. HERP, a homocysteine-induced ER
stress–responsive gene, appears to be involved in amyloid
β-protein (Aβ) accumulation, including the formation of
senile plaques and vascular Aβ deposits (81), and that it
interacts with both presenilin-1 (PS1) and presenilin-2
(PS2), thus regulating presenilin-mediated Aβ genera-
tion. Immunohistochemical analysis of brains from
patients with Alzheimer disease reveals intense HERP
staining in activated microglia in senile plaques.

The UPR in cancer
Hypoxia is a common feature of solid tumors that display
increased malignancy, resistance to therapy, and poor
prognosis. Hypoxia in the tumor results from increased
demand due to dysregulated cell growth and from vas-
cular abnormalities associated with cancerous tissue. The
importance of hypoxia has been seen in the clinic, since it
predicts for poor outcome of treatments, independent of
treatment modality. Hypoxia activates the UPR, whose
downstream signaling events can undermine the efficacy
of treatment. Tumor cells need to adapt to the increas-
ingly hypoxic environment that surrounds them as they
grow, and the induction of the UPR is key to this
response. Induction of the ER stress response genes, for
example BiP and GRP94, in cancerous tissue correlates
with malignancy, consistent with their antiapoptotic
function (82). In addition, the UPR confers resistance to
topoisomerase inhibitors, such as etoposide, and some
UPR-induced genes directly mediate drug resistance via
the multi-drug-resistance gene MDR. Therefore,
approaches to prevent UPR activation in cancerous cells
may significantly improve treatment outcome.

The proteasome inhibitor PS-341 is now in early-
phase clinical evaluation for the treatment of multiple
myeloma, a clonal B cell tumor of differentiated plasma
cells (83). The mechanism of PS-341 function is
thought to be inhibition of IκB degradation, which pre-
vents activation of the antiapoptotic transcription fac-
tor NF-κB. However, proteasomal inhibition would also
prevent ERAD. As high-level heavy- or light-chain Ig
production is likely associated with a certain degree of
protein misfolding, it is possible that inhibition of
ERAD function may be selectively toxic to B cell myelo-
mas through activation of the UPR and apoptosis.

The UPR and viral pathogenesis
The two major mediators of the IFN-induced arm of
the innate immune response are evolutionarily related
to IRE1 and PERK. The kinase/endoribonuclease

domain of IRE1 is homologous to RNaseL, and the
protein kinase domain of PERK is related to the dou-
ble-stranded RNA–activated (dsRNA-activated) eIF2α
protein kinase PKR. RNaseL and PKR mediate the IFN-
induced antiviral response of the host, which is
required to limit viral protein synthesis and pathogen-
esis. As part of the innate immune response to viral
infection, RNaseL and PKR are activated by dsRNAs
produced as intermediates in viral replication. In con-
trast to activation by dsRNA, IRE1 and PERK are acti-
vated by ER stress, which can be induced by high-level
viral glycoprotein expression. All enveloped viruses pro-
duce excess glycoproteins that could elicit PERK and
IRE1 activation to meet the need for increased folding
and secretory capacity. More studies will be required to
elucidate the role of the UPR in various viral diseases.

Hepatitis C virus (HCV) is a positive-stranded RNA
virus encoding a single polyprotein. Polyprotein cleav-
age generates at least ten polypeptides, including two
glycoproteins, E1 and E2. A large amount of E1 forms
disulfide–cross-linked aggregates with E2 in the ER
(84). Since the accumulation of misfolded α1-PI elicits
UPR activation, with subsequent hepatocyte death and
hepatocellular carcinoma, it is possible that the aggre-
gated E1/E2 complexes in the HCV-infected hepatocyte
also contribute to hepatitis and hepatocellular carci-
noma. Future studies should identify whether these
glycoprotein aggregates activate the UPR to mediate
the hepatocyte cell death and transformation associat-
ed with the pathogenesis of HCV infection.

The UPR in tissue ischemia
Finally, neuronal death due to reperfusion after
ischemic injury is associated with activation of the UPR
(85, 86). Immediately after reperfusion, protein syn-
thesis is inhibited, due at least in part to phosphoryla-
tion of eIF2α; this inhibition may represent a protec-
tive mechanism to prevent further neuron damage.
Recent studies support the idea that eIF2α phospho-
rylation in response to reperfusion injury is mediated
by PERK and hence that it depends on the UPR (87). If
so, UPR activation prior to ischemic injury might pro-
tect the brain and other tissues from cell death during
periods of reperfusion.

Summary
A variety of approaches have been employed to identi-
fy the UPR signaling components, their function, and
their physiological role. Yeast genetics allowed the def-
inition of the basic ER stress–signaling pathway. The
identification of homologous and parallel signaling
pathways in higher eukaryotes has produced a mecha-
nistic framework the cell uses to sense and compensate
for ER over-load and stress. The high-level tissue-spe-
cific expression patterns of several ER stress–signaling
molecules indicated the pancreas and intestine as
organs that require UPR for physiological function.
Analysis of UPR-induced gene expression established
that protein degradation is required to reduce the
stress of unfolded protein accumulation in the ER.
Major advances in identifying UPR function and rele-
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vance to disease were derived from mutation of UPR
signaling components in model organisms and the
identification of mutations in humans.

Despite tremendous progress, our knowledge of the
UPR pathway remains incomplete. Further studies
promise to expand our understanding of how ER stress
impacts the other cellular signaling pathways. It will be
very exciting and informative to understand how the
UPR varies when critical components are genetically
manipulated by deletion or other types of mutations. In
addition, although the accumulation of unfolded pro-
tein in the ER is now known to contribute to pathogen-
esis in a variety of diseases, there are still few therapeutic
approaches that target these events. With a greater
understanding of protein-folding processes, pharmaco-
logical intervention with chemical chaperones to pro-
mote proper folding becomes feasible, as observed with
sodium phenylbutyrate for ∆508 CFTR (see Gelman and
Kopito, this Perspective series, ref. 53). Future interven-
tion should consider activation of different subpathways
of the UPR or overexpression of appropriate protein
chaperones, as in the case of overexpression of the J
domain of cytosolic HSP70, which suppresses polyglut-
amine toxicity in flies (88). Treatments that activate the
ERAD response may also ameliorate pathogenesis in a
number of the conformational diseases.

Over the past ten years, tremendous progress has
been made in understanding the mechanisms and
physiological significance of the UPR. The processes of
protein folding and secretion, transcriptional and
translational activation, and protein degradation are
intimately interconnected to maintain homeostasis in
the ER. A variety of environmental insults, genetic dis-
ease, and underlying genetic modifiers of UPR function
contribute to the pathogenesis of different disease
states. As we gain a greater understanding of the mech-
anisms that control UPR activation, it should be possi-
ble to discover methods to activate or inhibit the UPR
as desired for therapeutic benefit.
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