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Integration of the Unfolded Protein and Oxidative Stress
Responses through SKN-1/Nrf
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Joslin Diabetes Center, Harvard Stem Cell Institute, and Harvard Medical School Department of Genetics, Boston, Massachusetts, United States of America

Abstract

The Unfolded Protein Response (UPR) maintains homeostasis in the endoplasmic reticulum (ER) and defends against ER
stress, an underlying factor in various human diseases. During the UPR, numerous genes are activated that sustain and
protect the ER. These responses are known to involve the canonical UPR transcription factors XBP1, ATF4, and ATF6. Here,
we show in C. elegans that the conserved stress defense factor SKN-1/Nrf plays a central and essential role in the
transcriptional UPR. While SKN-1/Nrf has a well-established function in protection against oxidative and xenobiotic stress,
we find that it also mobilizes an overlapping but distinct response to ER stress. SKN-1/Nrf is regulated by the UPR, directly
controls UPR signaling and transcription factor genes, binds to common downstream targets with XBP-1 and ATF-6, and is
present at the ER. SKN-1/Nrf is also essential for resistance to ER stress, including reductive stress. Remarkably, SKN-1/Nrf-
mediated responses to oxidative stress depend upon signaling from the ER. We conclude that SKN-1/Nrf plays a critical role
in the UPR, but orchestrates a distinct oxidative stress response that is licensed by ER signaling. Regulatory integration
through SKN-1/Nrf may coordinate ER and cytoplasmic homeostasis.
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Introduction

The endoplasmic reticulum (ER) is responsible for multiple

functions in protein synthesis and processing, lipid metabolism,

xeno/endobiotic detoxification, and Ca2+ storage (reviewed in

[1,2]). The ER forms a continuous structure with the nuclear

envelope and maintains extensive contact with mitochondria [3,4].

Consequently, the ER is well positioned to sense and respond to

changes in the cellular environment.

All secretory and membrane-bound proteins are synthesized in

the rough ER, a process that is highly regulated so that only

properly folded and modified proteins are released to the Golgi

[1,2,5,6]. Maturation and folding of these proteins involves

glycosylation and formation of appropriate Cys-Cys crosslinks.

When its protein folding capacity is exceeded (ER stress), the ER

protects itself through the Unfolded Protein Response (UPR)

(Figure S1A) [2,5,6]. This signaling and transcription program

decreases protein translation, expands ER size and folding capacity,

and directs misfolded proteins to be degraded in the cytosol. The

UPR functions continuously to maintain ER homeostasis, but is

amplified and diversified under ER stress conditions [5,7–10]. In

response to severe ER stress, the UPR promotes ER absorption

through autophagy and ultimately may induce cell death. ER stress

and the UPR have been implicated in many human diseases,

including diabetes, inflammatory disease, neurodegenerative dis-

ease, secretory cell malignancies, and other cancers [6,11,12].

The canonical metazoan UPR is orchestrated by three major

ER transmembrane signaling proteins (IRE1, PERK, and ATF6),

and three bZIP-family transcription factors (XBP1, ATF4, and

cleaved ATF6) (Figure S1A) [2,5,6]. The most ancient of these

transmembrane proteins, IRE1, is a cytoplasmic endoribonuclease

and kinase that senses unfolded proteins in the ER. In response to

ER stress, the IRE1 RNAse initiates cytoplasmic splicing of the

mRNA encoding XBP1, the transcription factor that is most

central to the UPR. The IRE1 kinase contributes to ER

homeostasis by regulating the IRE-1 endonuclease activity, and

transmits signals through JNK, p38, and other pathways. The

kinase PERK phosphorylates the translation initiation factor

eIF2a, thereby globally decreasing translation. This reduces the

ER protein-folding load, but also favors translation of mRNAs that

encode protective proteins, including ATF4. ATF6 resides in the

ER membrane but is transported to the Golgi and cleaved in

response to ER stress. The activation status of these transmem-

brane proteins is influenced by their interactions with the ER

chaperone BiP (HSP-3/-4 in C. elegans).

The ER lumen maintains an oxidative environment, in contrast

to the cytoplasm, because the ER enzyme systems that form

disulfide bonds generate reactive oxygen species (ROS) [1,13,14].

Accordingly, ER stress may eventually lead to cellular oxidative

stress and activation of oxidative stress defense genes [15].

Metazoan oxidative and xenobiotic stress responses are orches-

trated mainly by the Nrf bZIP-family transcription factors (Nrf1, 2,

3 in mammals). Nrf-family proteins regulate genes involved in

various small molecule detoxification processes, including gluta-

thione biosynthesis and conjugation, and have been implicated in

longevity assurance in invertebrates and mammals [16–21]. These
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transcription factors have recently been shown to function in

proteasome regulation, stem cell maintenance, and metabolism,

suggesting that they may control a wider range of processes than

previously realized [22–26]. It has been reported that mammalian

Nrf1 and Nrf3 associate with the ER membrane and nuclear

envelope [27–30], and that Nrf2 is phosphorylated by PERK

[31,32]. While these last observations are intriguing, it is unknown

whether Nrf-family proteins might actually be involved in ER

stress defenses, either through mobilizing an oxidative stress

response or participating in the UPR itself.

The nematode C. elegans has been a valuable system for

investigating how Nrf proteins function and are regulated in vivo,

because of its advantages for employing genetics to elucidate

regulatory networks, and performing whole-organism analyses of

stress resistance and survival. The C. elegans Nrf ortholog SKN-1

plays a critical role in resistance to oxidative and xenobiotic stress,

and in various pathways that extend lifespan [16,17,19,23,33].

Here we describe a comprehensive analysis of whether SKN-1

might be involved in the UPR. We found that under ER stress

conditions SKN-1 directly activates many genes involved in ER

function, including canonical ER signaling and transcription

factors that in turn induce skn-1 transcription. Importantly, this

response is distinct from that which SKN-1 mobilizes under

oxidative stress conditions. SKN-1 is required for resistance to ER

stress, including reductive stress, a surprising finding given the

importance of SKN-1 for oxidative stress defense. Unexpectedly,

UPR signaling is needed for SKN-1 to mobilize an oxidative stress

response, suggesting that the ER has a licensing and possibly

sensing role during oxidative and xenobiotic stress responses.

Results

SKN-1 Directly Regulates ER Stress Genes
Several observations led us to investigate whether SKN-1/Nrf

might be involved in ER stress defenses. Expression profiling that

we performed in C. elegans under normal and oxidative stress

conditions suggested that SKN-1 regulates a number of genes that

are involved in UPR or ER functions [21]. These included atf-5

(UPR transcription factor ATF4), ckb-4 (choline kinase), pcp-2

(prolyl carboxypeptidase), and many genes encoding xenobiotic

metabolism enzymes that localize to the smooth ER (Table S1).

Moreover, a genome-wide Chromatin Immunoprecipitation

(ChIP) analysis of C. elegans L1 stage larvae (MOD-ENCODE)

[34] detected binding of transgenically expressed SKN-1 at the

predicted regulatory regions of numerous genes involved in UPR-

or ER processes, including UPR signaling and transcription (ire-1,

xbp-1, pek-1, and atf-6), Ca++ signaling, and protein folding and

degradation (Table S1).

To investigate whether SKN-1 might be involved in the UPR,

we first used quantitative (q) RT-PCR to investigate whether it is

needed for expression of representative ER stress-induced or ER

maintenance genes, many of which are predicted to be SKN-1

targets (Table S1). In these initial gene expression studies we

induced ER stress by treating C. elegans with the N-linked

glycosylation inhibitor tunicamycin (TM), at a concentration that

readily induces the UPR but does not cause detectable toxicity

(5 mg/ml, Figure S1B) [15]. TM treatment resulted in skn-1-

dependent upregulation of numerous canonical or predicted UPR-

or ER-related genes (Figures 1A and 1B, Table S1). skn-1 was also

required for the basal expression of psd-1, R05G6.7, and cnb-1,

even though these genes were not activated by TM (Figures 1A

and 1B). TM-induced ER stress also upregulated two direct SKN-

1 targets that are involved in glutathione metabolism (gcs-1 and gst-

4) [19] in a skn-1–dependent manner, and transgenic reporter

analysis detected gcs-1 activation in the intestine, the C. elegans

counterpart to the gut, liver, and adipose tissue (Figures 1C and

1D). Importantly, however, ER stress did not activate various

other genes that are typically induced by SKN-1 under oxidative

stress conditions (Figure S1C). Taken together, the data indicate

that SKN-1 mediates a response to ER stress, but also that this

response does not correspond simply to its oxidative stress defense

function.

To investigate whether SKN-1 activates genes directly during

ER stress, we used ChIP to detect endogenous SKN-1 and

markers of transcription activity at pcp-2, atf-5, and gst-4, each of

which is flanked by SKN-1 binding sites and upregulated by

oxidative and ER stress in a skn-1-dependent manner [21]

(Figures 1B and 1C). SKN-1 was readily recruited to these genes

in response to either TM-induced ER stress or Arsenite (AS)-

induced oxidative stress (Figures 2A, 2E, 2I, and S2A-S2C).

During transcription, RNA Polymerase II (Pol II) is phosphory-

lated on Ser 2 of its C-terminal domain (CTD) repeat (P-Ser2)

[35]. At each gene we examined, ER stress increased Ser 2

phosphorylation levels (Figures 2B, 2F, and 2J). Also consistent

with transcriptional activation, at these loci ER stress increased

acetylation of Histone H3, another marker of transcription activity

[36], but reduced overall Histone H3 occupancy (Figures 2C, 2D,

2G, 2H, 2K, and 2L). Taken together, our findings suggest that

SKN-1 directly activates a major transcriptional response to ER

stress.

Dependence of Core UPR Gene Induction on SKN-1
We next investigated whether SKN-1 might regulate expression

of core UPR signaling and transcription factors, as predicted by

the MOD-ENCODE data [34]. XBP-1 is central to the UPR, and

in mammals it controls transcription of other core UPR genes

(atf4/atf-5, and BiP/hsp-4) along with many downstream genes

[6,37]. During the UPR, xbp-1 expression is regulated at the level

of transcription, as well as through cytoplasmic splicing of its

mRNA by the IRE-1 endoribonuclease (Figure S1A) [5,6]. The

spliced form of the xbp-1 mRNA (xbp-1s) encodes the transcrip-

tionally active form of XBP-1 (XBP-1s). When SKN-1 was lacking,

Author Summary

Proteins that are placed in membranes or secreted are
produced in a cellular structure called the endoplasmic
reticulum (ER). An accumulation of misfolded proteins in
the ER contributes to many disease states, including
diabetes and neurodegeneration. The ER protects against
a toxic buildup of misfolded proteins by activating the
unfolded protein response (UPR), which maintains ER
homeostasis by slowing protein synthesis and enhancing
ER functions such as protein folding and degradation.
Many of these processes are controlled by three canonical
ER/UPR gene regulatory factors. Here we identify the gene
regulator SKN-1/Nrf as also playing a critical role in the
UPR. SKN-1/Nrf is well known for its functions in oxidative
stress defense and longevity. We now report that SKN-1/
Nrf mobilizes an ER stress gene network that is distinct
from its oxidative stress response, and includes regulation
of other central UPR factors. Surprisingly, we also find that
ER- and UPR-associated mechanisms are needed to
‘‘license’’ SKN-1/Nrf to defend against oxidative stresses.
Our findings show that UPR and oxidative stress defense
mechanisms are integrated through SKN-1/Nrf, and sug-
gest that this integration may help maintain a healthy
balance between ER and cytoplasmic functions, and stress
defenses.

Integrated SKN-1/Nrf and ER Functions

PLOS Genetics | www.plosgenetics.org 2 September 2013 | Volume 9 | Issue 9 | e1003701



ER stress failed to induce accumulation of each xbp-1 mRNA form

and, remarkably, decreased the ratio of xbp-1s to the unspliced xbp-

1 form (xbp-1u) (Figures 3A, 3B, and S3A). The xbp-1 locus

includes a predicted SKN-1 binding site (not shown), and ChIP

results indicated that endogenous SKN-1 accumulates at the xbp-1

site of transcription in response to ER stress (Figure 3C). This

evidence that SKN-1 directly regulates xbp-1 could account for the

reduction in total xbp-1 mRNA, but not the apparent effect of

SKN-1 on xbp-1 splicing. A plausible explanation is that lack of

SKN-1 also reduced basal and ER stress-induced expression of ire-

1 (Figures 3D and 3E). Moreover, we observed that SKN-1 is

recruited to the ire-1 locus in response to ER stress (Figure 3F),

consistent with MOD-ENCODE evidence that ire-1 may be a

SKN-1 target [34].

SKN-1 was also required for expression of other core UPR

genes. Mutation or RNAi knockdown of skn-1 prevented ER

stress-induced expression of the unfolded protein chaperone and

sensor HSP-4 (BiP) (Figure S1A)(Figures 3G, S3B, and S3C).

Binding of SKN-1 at hsp-4 was not detected in the MOD-

ENCODE study of L1 larvae [34], but our ChIP evidence

indicated that both SKN-1 and XBP-1 bind directly to the hsp-4

locus (Figures S3D and S3E), which includes predicted SKN-1

binding sites (not shown). SKN-1 similarly contributed to

expression of the core UPR factors pek-1 and atf-6 (Figures 3D

and 3E). Our evidence that SKN-1 is important for transcriptional

induction of core UPR signaling and regulatory factors predicts

that it should be important for C. elegans survival under ER stress

conditions. Treatment with TM at a 7-fold higher concentration

(35 mg/ml) than is sufficient to induce the UPR impaired the

survival of skn-1 mutants but not wild type animals (Figure 3H and

Table S2). We conclude that SKN-1 plays a critical role in the

UPR through its direct transcriptional regulation of core UPR

factors, along with many downstream genes.

Activation of SKN-1 by ER Stress Independently of
Oxidative Stress
We next examined whether expression of skn-1 itself is

increased when the ER becomes stressed, and whether various

conditions that cause ER stress affect SKN-1 activity. Treatment

with TM increased the levels of multiple mRNA species that

encode SKN-1 isoforms (Figure 4A and S4A). In addition, non-

lethal treatment with either the Ca++ pump inhibitor thapsigargin

(Thap) or the proteasome inhibitor Bortezomib upregulated

transcription of skn-1, and various SKN-1-regulated genes

(Figures 1, 4A, and S4B–S4C). Finally, knockdown of either the

ER chaperone hsp-4 or the UPR transcription factor atf-6 resulted

in transcriptional upregulation of skn-1 and many of its ER stress

targets in the absence of drug treatment, presumably because of

an elevated level of ER stress (Figures 4A, S4D and S4E). We

conclude that skn-1 transcription and activity are increased in

response to a variety of conditions that are associated with ER

stress.

Figure 1. SKN-1 regulates diverse functions in response to ER stress. (A, B) ER stress induces skn-1-dependent activation of ER- or UPR-
associated genes. qRT-PCR was performed after RNAi Control (pL4440 in all panels) or skn-1 RNAi, and Control or 5 mg/ml TM treatment. Known or
predicted functions of these genes are described in Table S1. Genes are grouped in (A) or (B) according to the extent of TM-induced activation, and
plotted on different scales. All analyses of TM-regulated gene expression involved a 16 hr TM treatment, based upon a time-course experiment
(Figure S1B) and published work in C. elegans [15]. Shorter time courses were chosen for other ER stress treatments (Figure 4, legend). (C)
Upregulation of SKN-1-regulated oxidative stress defense genes in response to TM. Error bars represent SEM, * p#.05, ** p#.01, *** p#.001, relative
to pL4440 Control. All qRT-PCR p-values were calculated as one or two-sided t-test as appropriate with n$3. (D) Activation of the gcs-1::GFP transgene
in the intestine, with GFP expression scored as High, Medium, or Low. *** p,.0001 chi2 method. See Experimental Procedures for scoring method.
See also Figure S1 and Table S1.
doi:10.1371/journal.pgen.1003701.g001

Integrated SKN-1/Nrf and ER Functions
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An important hallmark of the UPR is a decrease in the overall

levels of translation [5,6]. This relieves stress on the ER, and

allows translation of atf4 and other protective genes to be

maintained or even increased. We investigated whether SKN-1

translation is similarly ‘‘spared’’ under ER stress conditions.

Supporting this idea, TM treatment increased SKN-1 protein

levels, a trend that was observed in Western and IP-Western

analyses of whole animals with two specific SKN-1 antibodies

(Figures 4B and S4F–S4I). Based upon its size, this approximately

85 kD SKN-1 species is likely to represent SKN-1a, the largest

SKN-1 isoform. While this size is larger than the expected SKN-1a

MW of 70 kD, SKN-1 is phosphorylated and predicted to be

glycosylated, as is characteristic of Nrf1 and Nrf3 (not shown)

[17,28,38–40]. Our finding that SKN-1 protein levels are

increased by ER stress is consistent with earlier evidence that

SKN-1 translation seemed to be preserved when translation

initiation was inhibited [41].

Prolonged ER stress leads to accumulation of reactive oxygen

species (ROS) and induction of an oxidative stress response

[15,42], making it important to determine whether ER stress

treatments might activate SKN-1 simply through a secondary

response to oxidative stress. Arguing against this interpretation,

even though SKN-1 is well known to defend against oxidative

stress, we found that reductive ER stress also induced a SKN-1-

dependent response. The reducing agent dithiothreitol (DTT)

initiates the UPR through reduction of Cys-Cys bonds in the ER

[43]. DTT treatment resulted in transcriptional induction of skn-1

and many of its target genes, and increased SKN-1 protein levels

Figure 2. SKN-1 directly regulates target genes during the UPR. (A–L) ER stress-induced SKN-1 recruitment and transcriptional activation was
analyzed at the SKN-1-regulated genes pcp-2 (A–D), atf-5 (E–H), and gst-4 (I–L). TM treatment leads to SKN-1 recruitment (A, E, I), accumulation of Pol II
that is phosphorylated at CTD Ser 2 (P-Ser2) (B, F, J), decreased Histone H3 occupancy (C, G, K), and increased H3-AcK56 density (D, H, L) at the site of
transcription. Maps mark qPCR amplicons relative to the predicted transcription start site, with exons marked as black boxes. % ChIP signal is relative
to input, and normalized to the highest signal for each run [44]. In (D, H, L), a ratio of acetyl histone to histone signal is presented. For ChIP
experiments in this study error bars represent SEM, and * p#.05, ** p#.01, *** p#.001, relative to pL4440 Control calculated using one-sided student’s
t-test. See also Figure S2.
doi:10.1371/journal.pgen.1003701.g002

Integrated SKN-1/Nrf and ER Functions
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(Figures 4C and S4J). SKN-1 appeared to be required for its

downstream targets to be activated by DTT-induced reductive

stress (Fig. S4K), and knockdown of either skn-1 or hsp-4 rendered

C. elegans comparably sensitive to reductive stress from DTT

(Figure S4L and Table S3). Another way to reduce oxidation in

the ER is through inhibiting expression of the oxidase ERO-1,

which promotes Cys-Cys crosslinking [43]. ero-1 RNAi decreases

ROS levels, initiates the UPR, and extends lifespan [15]. As

observed with DTT, ero-1 RNAi transcriptionally activated skn-1

and several of its downstream targets (Figure 4D).

Additional lines of evidence support the idea that SKN-1 acts in

the UPR independently of its role in oxidative stress defense.

Many genes that are activated by SKN-1 under oxidative stress

conditions were not upregulated by ER stress (Figures S1C and

S4M). Oxidative stress from AS treatment induced the

SKN-1::GFP (green fluorescent protein) fusion to accumulate to

high levels in intestinal nuclei, as previously described (Inoue, et

al., 2005), but this did not occur in response to ER stress (Figure

S4N). Finally, we did not observe increased levels of oxidized

proteins under conditions of TM-induced ER stress (Figure S4O).

Taken together, the data show that ER stress directs SKN-1 to

activate a specific set of its target genes independently of any

secondary oxidative stress response.

Regulation of SKN-1 by UPR Factors
If ER signaling pathways regulate SKN-1, then key UPR

signaling and transcription factors should be required for ER stress

to activate SKN-1 and its target genes. Accordingly, RNAi or

mutation of ire-1, atf-5, pek-1, or hsp-4 essentially prevented ER

stress from inducing transcription of skn-1 and several of its target

Figure 3. SKN-1 regulates core UPR genes. (A) SKN-1 is required for TM-induced accumulation of spliced xbp-1 mRNA. Levels of xbp-1 mRNA
forms were analyzed by qRT-PCR with isoform-specific primers, and are presented as the xbp-1s/xbp-1u ratio in (B). skn-1 RNAi and mutant animals
were analyzed compared to wild type. skn-1 refers to skn-1 RNAi, and skn-1 mutant refers to the skn-1(zu67) allele in all figures unless otherwise
indicated. (C) ER stress induces SKN-1 recruitment along the xbp-1 gene. ChIP analysis is presented as in Figure 2. (D, E) Importance of skn-1 for
expression of core UPR genes under basal (D) and TM-treatment (E) conditions, assayed by qRT-PCR. (F) Binding of SKN-1 to the ire-1 locus, analyzed
by ChIP. (G) SKN-1-dependence of TM-induced hsp-4/BiP expression, assayed by qRT-PCR. (H) skn-1 mutants are sensitized to TM-induced ER stress.
Survival of wild type and skn-1 mutant animals was assayed after 7 days of Control or high-dose TM treatment (35 mg/ml). Error bars represent SEM,
and * p#.05, ** p#.01, *** p#.001, relative to pL4440 Control calculated using student’s t-test. See also Figure S3 and Table S2.
doi:10.1371/journal.pgen.1003701.g003

Integrated SKN-1/Nrf and ER Functions
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genes (Figure 5A). Knockdown of xbp-1 under control conditions

increased background expression of some SKN-1 isoforms and

target genes (skn-1b, pcp-2, gst-4, hsp-4), possibly because ER stress

was increased, but also interfered with ER stress-induced

activation of several of these genes (skn-1a, pcp-2, gcs-1, hsp-4)
(Figure S5A). RNAi against ire-1, which is essential for XBP-1s

expression [5,6], also blocked TM-induced accumulation of SKN-

1, Pol II, or P-Ser2 at the gst-4, pcp-2, and atf-5 loci (Figures 5B–

5E, S5B and S5C). Knockdown of hsp-4 or pek-1 had a similar

effect (Figure S5D–S5G). The evidence indicates that, in general,

core UPR factors are required for ER stress to upregulate

expression of SKN-1 and its target genes.

The most straightforward mechanism through which ER stress

could increase skn-1 transcription is through the direct regulation

of skn-1 by one or more of the canonical UPR transcription

factors. During the UPR, downstream gene transcription is

controlled largely by XBP1 and ATF4, which may regulate each

other directly, with ATF-6 playing a more specialized role

[8,15,37]. The skn-1 locus contains possible XBP-1 and ATF-6/

XBP-1 binding elements (not shown), and genome-wide ChIP

studies suggest that mammalian Nrf3 may be a direct XBP1 target

[37]. We determined that XBP-1 binds within the skn-1 locus in

response to ER stress, suggesting direct regulation (Figure 5F), a

remarkable parallel to the direct regulation of xbp-1 by SKN-1

(Figure 3C). Moreover, ATF-6 was also recruited to the skn-1 locus

in response to ER stress (Figure 5G). In mammals, XBP-1 may

regulate its own expression [37]. Our ChIP analysis indicated that

SKN-1 also binds to its own locus with ER stress (Figure 5H),

suggesting that SKN-1, XBP-1, and ATF-6 together regulate skn-1
transcription. ER stress also resulted in XBP-1 and ATF-6

recruitment to the direct SKN-1 targets pcp-2 and gst-4 (Figures

S5H–S5K). Together, the evidence suggests that SKN-1, XBP-1,

and ATF-6 may function together to regulate several downstream

genes. We conclude that SKN-1 is transcriptionally integrated into

the UPR, in which it functions upstream, downstream, and in

parallel to the known core UPR transcription factors.

The mammalian SKN-1 orthologs Nrf1 and Nrf3 have been

detected in association with the ER (see Introduction), raising the

question of whether this might also be true for a proportion of

SKN-1. Consistent with this idea, Nrf1 and the SKN-1a isoform

each contain a predicted transmembrane domain [27] (Figure

S6A). To investigate whether SKN-1 might be present at the ER,

we asked whether it might be detected in association with the ER-

resident chaperone BiP (HSP-3/-4)(Figure S1A). We performed

co-immunoprecipitation (IP) analyses of intact worms that had

been crosslinked with formaldehyde as in our ChIP experiments.

These conditions capture direct and indirect in vivo interactions

that occur within approximately 2 Å, and allow for high-

stringency detergent and salt-based washings that minimize non-

specific binding [44,45]. Under both normal and ER stress

conditions, association between HSP-4 and SKN-1 was readily

detected by high-stringency IP performed in either direction

(Figure 6A and 6B). As in Figure 4B, the size of this SKN-1 species

suggested that it may correspond to SKN-1a. The data suggest

that some SKN-1 may be produced at the ER and might remain

associated with this organelle.

Figure 4. ER stress activates SKN-1 independently of oxidative stress. (A) Treatment with TM (16 hrs), thapsigargin (Thap, 2 hrs), or
bortezomib (6 hrs) increased skn-1 mRNA levels, as determined by qRT-PCR. RNAi knockdown of hsp-4 or atf-6 also increased skn-1 mRNA levels. (B)
Increased endogenous SKN-1 protein levels in response to TM-induced ER stress. SKN-1 was detected by Western blotting with the polyclonal
antibody, with GAPDH serving as the loading control. (C) Induction of skn-1 expression and SKN-1-regulated UPR target genes by reductive ER stress
(DTT treatment for 2 hrs), assayed by qRT-PCR. (D) Induction of the UPR, skn-1 expression, and SKN-1 target genes by ero-1 RNAi, assayed by qRT-PCR.
Different primer sets were used to distinguish among mRNAs that correspond to different skn-1 isoforms. Error bars represent SEM, and * p#.05, **
p#.01, *** p#.001, relative to pL4440 Control calculated using student’s t-test. See also Figure S4 and Table S3.
doi:10.1371/journal.pgen.1003701.g004
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Given that BiP has been found in other cellular locations besides

the ER [46], we also investigated whether SKN-1 is present in a

cellular fraction that is enriched for the ER (Figure S6B). SKN-1

was readily detectable in an ER fraction that included HSP-4, but

not the cytoplasmic protein GAPDH (Figures 6C and 6D). The

interaction between endogenous SKN-1 and HSP-4 was con-

firmed within this ER fraction by a co-IP that was performed

without crosslinking (Figure 6E). Together, our findings suggest

that the association of SKN-1/Nrf proteins with the ER is

evolutionarily conserved.

SKN-1-Mediated Oxidative Stress Responses Depend
upon ER Signaling
Our finding that UPR factors are required for SKN-1 activity to

be increased under ER stress conditions raised a related question:

might UPR-related mechanisms also be involved in SKN-1

responses to oxidative stress? Surprisingly, we found that RNAi

or mutation of core UPR signaling and transcription factors (atf-5,

pek-1, ire-1, hsp-4 and xbp-1) impaired oxidative stress (AS)-induced

activation of several SKN-1 target genes, including skn-1 itself

(Figures 7A, 7C, and S7A). Similarly, ire-1 RNAi attenuated

Figure 5. UPR factors required for ER stress-induced SKN-1 activation. (A) ER stress-induced activation of skn-1 and its target genes requires
core UPR factors. RNA levels were assayed by qRT-PCR after RNAi against core UPR genes or in core UPR factor mutants (indicated by M) after TM
treatment. (B-E) IRE-1 is required for ER stress-induced SKN-1 accumulation and activity at SKN-1 target genes gst-4 and pcp-2. Presence of SKN-1 and
transcription markers was assayed by ChIP as in Figure 2, and ire-1 was knocked down by RNAi. (F–H) Endogenous XBP-1 (F), ATF-6 (G), and SKN-1 (H)
bind within the skn-1 gene locus in response to TM-induced ER stress, with binding assayed by ChIP. Multiple start sites are noted within the skn-1
locus. Error bars represent SEM, and * p#.05, ** p#.01, *** p#.001 by student’s t-test, relative to pL4440 Control unless otherwise indicated. See also
Figure S5.
doi:10.1371/journal.pgen.1003701.g005
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activation of the gcs-1::GFP reporter in the intestine (Figure S7B).

This impairment of the oxidative stress response is particularly

striking because ire-1 RNAi actually increased oxidized protein

levels, in contrast to the mild AS treatment conditions used for

gene expression analyses (Figure S4O).

Importantly, oxidative stress from AS did not simply activate the

canonical UPR. Many SKN-1-regulated genes that were induced

by oxidative stress were not upregulated by ER stress, and vice-

versa (Figures S1C, S4M, and S7C). This shows that SKN-1

mobilizes distinct transcriptional responses to oxidative and ER

stress, even if these responses overlap to an extent. Moreover, AS

primarily increased accumulation of the unspliced xbp-1 mRNA

form (xbp-1u), in striking contrast to the increase in xbp-1s levels
that is characteristic of ER stress (Figures 3A and 7C). Treatment

with the oxidative stressor tert-butyl hydrogen peroxide (tBOOH)

induces a SKN-1-dependent response that overlaps with the AS

response, but includes SKN-1-independent activation of many

genes that are otherwise SKN-1-dependent [21]. Knockdown of

ire-1 or hsp-4 inhibited tBOOH from upregulating skn-1 and some

SKN-1 targets (Figure 7B), but did not eliminate activation of

other genes (gcs-1, sdz-8, and gst-10; not shown). The data suggest

that core UPR factors are needed for SKN-1 to function properly

under oxidative stress conditions, in addition to the setting of ER

stress.

The extensive regulatory integration that exists among UPR

transcription factors, as described by others and in this study

(Figures 7A, 7B, and S7A) [8,15,37], could explain why multiple

UPR-associated signaling and transcription factors are needed for

skn-1 expression to be increased in response to oxidative stress.

However, we considered that the UPR might also influence SKN-

1 regulation at a post-translational level. In the C. elegans intestine
SKN-1 is predominantly cytoplasmic under normal conditions,

but accumulates in nuclei in response to oxidative stress from AS

treatment [38]. This nuclear accumulation was dramatically

reduced in animals that had been exposed to ire-1 RNAi (Figure

S7D). The presence of SKN-1 in intestinal nuclei is dependent

upon its phosphorylation by the p38 kinase, which is activated by

oxidative stress [23,38,47]. The IRE-1 kinase activity transmits

signals through the JNK and p38 MAPK pathways [6,48–50], and

we determined that ire-1 knockdown largely prevented the increase

in p38 signaling that occurs in response to oxidative stress

(Figures 7D and S7D). Taken together, these data suggest that

IRE-1 is required for oxidative stress to activate SKN-1 post-

translationally.

If UPR signaling and transcription factors are required for

SKN-1 to mobilize appropriate oxidative stress responses, then

oxidative stress sensitivity should be increased when these

canonical UPR factors are lacking. Accordingly, RNAi or

mutation of these genes significantly increased sensitivity to

oxidative stress from exposure to AS, paraquat, or t-BOOH

(Figures 7E, S7E, and S7F; Table S4). We conclude that signaling

from the ER is required for SKN-1 to respond to oxidative stress,

and therefore that UPR-mediated regulation of SKN-1 plays a

Figure 6. Association of SKN-1 with the ER. (A, B) Interaction
between endogenous SKN-1 and HSP-3/4, detected by IP/Western.
Lysates were prepared from animals in which proteins had been
crosslinked under ChIP conditions. (A) Monoclonal aSKN-1 IP blotted
with aHsc3 (HSP-3/4). (B) aHsc3 (HSP-3/4) IP blotted with monoclonal
aSKN-1. (C–E) Analyses of ER fractions prepared from whole worms. The
fractionation scheme is described in Fig. S6B. (C) Detection of
endogenous HSP-3/4 and the cytoplasmic marker GAPDH in ER and
Mitochondrial fractions, and total worm lysate. Note the enrichment of

the ER marker HSP-3/4 compared to GAPDH in the ER fraction. TM
indicates lysates from animals that had been treated with TM. (D)
Presence of endogenous SKN-1 in the ER fraction, detected by western
and IP/western blotting. Note that TM treatment increased the levels of
SKN-1 protein. (E) Association between endogenous SKN-1 and HSP-3/4
within the ER fraction, detected with polyclonal aSKN-1 and aBiP (HSP-
3/4), by IP/Western that was performed without crosslinking. Fraction-
ations and analyses were performed independently twice, with similar
results. See also Figure S6.
doi:10.1371/journal.pgen.1003701.g006
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central role in the homeostatic integration of ER and oxidative

stress responses.

Discussion

SKN-1 Is a Critical UPR Factor
It is well-established that the canonical UPR transcription

factors XBP1, ATF4, and ATF6 control overlapping sets of

downstream genes and processes [5,6], but much less is known

about how their responses to ER stress might be integrated with

other mechanisms that maintain cellular stress defense and

homeostasis. We have determined that the oxidative/xenobiotic

stress response regulator SKN-1/Nrf functions as a fourth major

UPR transcription factor in C. elegans. Without SKN-1, ER stress

failed to increase the expression of core UPR signaling and

transcription factors, many of which are regulated directly by

SKN-1 (ire-1, xbp-1, atf-5, and hsp-4; Figures 1, 2, 3 and S3). It was

particularly striking that SKN-1 was disproportionally required for

production of spliced xbp-1 mRNA (xbp-1s), presumably because of

its importance for IRE-1 expression (Figures 3D–F). SKN-1 was

also needed for ER stress to upregulate numerous genes that are

known or predicted to be involved in various ER- or UPR-related

processes, including ER homeostasis (ero-1, pdi-2), chaperone-

mediated protein folding (hsp-3, hsp-4, dnj-28, T05E11.3 (HSP-90/

GRP94)), autophagy (lgg-1, lgg-3), calcium homeostasis (sca-1, crt-1),

ER membrane integrity (ckb-4), and a pathway that defends

Figure 7. Dependence of oxidative stress responses on UPR components. (A, B) Importance of core UPR genes for SKN-1-mediated
oxidative stress responses. Induction of skn-1 and skn-1 target gene transcription by AS (A) or t-BOOH (B) was impaired by RNAi against core UPR
genes or in core UPR factor mutants (indicated by M). qRT-PCR was performed after treatment with 5 mM AS for 1 hour, or 12 mM t-BOOH for 1 hour.
(C) Accumulation of xbp-1 mRNA in response to AS-induced oxidative stress. Note the predominant increase in the unspliced form. (D) Dependence
of AS-induced p38 phosphorylation on ire-1. Phosphorylated (active) p38 was assayed by phospho-specific antibody as in [38], and ire-1 expression
was knocked down by RNAi. *background signal. (E) UPR factors are required for oxidative stress defense. Survival of AS treatment (5 mM) was scored
in RNAi Control, hsp-4(RNAi)/ire-1(zc14), and ire-1(RNAi)/xbp-1(SJ17) animals (M indicates mutant). Error bars represent SEM, and * p#.05, ** p#.01, ***
p#.001, relative to pL4440 Control calculated using student’s t-test. (F) Functional integration of the ER and oxidative stress responses through SKN-1
and canonical UPR components (see text). SKN-1 is essential for the UPR because it directly controls transcription of most UPR signaling and
transcription factors. These UPR factors in turn regulate SKN-1 expression, and function in concert with SKN-1 at downstream targets. This is shown
arbitrarily as SKN-1 (S) binding to target promoters together with XBP-1 (X) and ATF- 6 (A). SKN-1 and mammalian Nrf proteins are present in the ER,
suggesting a possible signaling role. UPR factors are required not only for SKN-1 to function in the context of the UPR, but also for SKN-1 to mobilize
distinct oxidative stress responses. See also Figure S7 and Table S4.
doi:10.1371/journal.pgen.1003701.g007
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against ER stress when the canonical UPR is blocked (abu-8, abu-

11 [51]) (Figure 1, 3G and Table S1). Together, our data indicate

that SKN-1 regulates transcription of essentially the entire core

UPR apparatus and many downstream ER stress defense genes in

vivo.

We were surprised to find that SKN-1 was so broadly important

for UPR transcription events. A trivial explanation for our findings

would be that skn-1 mutants did not need to induce the UPR

robustly because they were resistant to ER stress. This explanation

was ruled out, however, by our finding that skn-1 mutants are

actually sensitized to ER stress from diverse sources (Figures 3H

and S4L). Importantly, our ChIP studies and MOD-ENCODE

data [34] indicate that SKN-1 controls many core and

downstream UPR genes directly by binding to their promoters

(Figures 2, 3, and S3E, Table S1). We also found that ER stress

induces SKN-1, XBP-1, and ATF-6 to bind promoters directly to

regulate many of the same genes, including skn-1 itself (Figures 5,

S3, and S5). In addition, under ER stress conditions, UPR

signaling increased levels of skn-1 mRNA and protein (Figures 4

and S4), indicating that SKN-1 is controlled by the UPR and is an

active participant in this response. Together, our data reveal that a

remarkable degree of regulatory and functional integration exists

between SKN-1 and the three canonical UPR transcription factors

(Figures 7F and S1A).

Although ER stress increases skn-1-dependent transcription and

SKN-1 occupancy at several downstream gene promoters, it did

not detectably alter the overall levels of SKN-1 in intestinal nuclei,

at least as indicated by levels of a transgenic GFP fusion protein

(Figure S4N). While this might seem paradoxical, we observed a

similar situation with reduced TORC1 signaling [19]. Under

conditions of low TORC1 activity SKN-1 target genes were

activated in a skn-1-dependent manner, and this was accompanied

by increased SKN-1 binding to their promoters, but not by an

obvious increase in the bulk levels of SKN-1 in nuclei. Our finding

that SKN-1 binds to downstream UPR genes together with other

UPR transcription factors suggests a paradigm that could explain

this phenomenon. If SKN-1 binds cooperatively with UPR factors

or other co-regulators to some of its targets, this could shift the

binding equilibrium to allow those targets to be activated by SKN-

1 that is already present in the nucleus, without it being necessary

to ‘‘flood’’ the nucleus with higher levels of SKN-1. This scheme

might be important for fine-tuning of SKN-1 downstream

functions, and for allowing SKN-1 to activate different targets in

different situations, as we have observed in this study.

In performing these analyses, we were mindful of the concern

that the involvement of SKN-1 in the UPR might derive from its

possible role in a secondary oxidative stress response. Several lines

of evidence argued against this interpretation. For example, the

direct involvement of SKN-1 in regulating multiple core UPR

signaling and transcription factors during the UPR (Figures 3 and

S3) is not consistent with its UPR functions deriving simply from a

secondary oxidative stress response. Moreover, under our ER

stress conditions SKN-1 was required for accumulation of the

spliced form of the xbp-1 mRNA, whereas oxidative stress

increased levels of the unspliced xbp-1 message (Figures 3A, 3B,

and 7C). It was particularly striking that SKN-1 defended against

reductive ER stresses (Figures 4C, 4D, S4J, S4K, and S4L), given

the extensively described role of SKN-1/Nrf proteins in oxidative

stress responses. These last observations indicated that SKN-1

defends against ER stress per se, and not only against oxidative

conditions. Importantly, ER stress and the UPR directed SKN-1

to activate some of its target genes that are induced by oxidative

stress, but not others (Figure S1C and S4M). On the other hand,

many genes that SKN-1 activated under ER stress conditions were

not induced by oxidative stress (Figure S7C). Taken together, the

data show that SKN-1 does not simply activate oxidative stress

defenses in the context of ER stress, but orchestrates a specific

transcriptional ER stress response that is integrated into the

broader UPR.

Our finding that SKN-1 mobilizes overlapping but distinct

responses to ER and oxidative stress defines a new function for this

surprisingly versatile transcription factor. It also supports our

model that SKN-1/Nrf proteins do not control the same genes

under all circumstances, but instead induce protective responses

that are customized to the challenge at hand [19,26]. The idea

that SKN-1 works together with canonical UPR transcription

factors at downstream genes may provide a model for under-

standing how particular SKN-1 functions can be mobilized under

different conditions, if these proteins and other SKN-1 ‘‘partners’’

guide its activities.

Consistent with reports that Nrf1 and Nrf3 are present at the

ER [27–30], we found that some SKN-1 also localizes to the ER.

We detected association between SKN-1 and the ER chaperone

HSP-3/4 (BiP) in crosslinking analyses of intact animals, the

presence of SKN-1 within an ER fraction, and association

between SKN-1 and HSP-3/4 within that fraction (Figure 6 and

S6). Each of these experiments involved analysis of endogenous

proteins. These strategies would have detected either direct or

indirect interactions, so they do not demonstrate that SKN-1 binds

directly to HSP-3/4 (BiP), but they do show that these proteins

reside very close to each other at the ER. Apparently, association

between SKN-1/Nrf proteins and the ER is evolutionarily

conserved. The example of ATF-6, which is activated through

cleavage in the Golgi (Figure S1A), predicts that ER-associated

SKN-1 might have a signaling function in which it is cleaved in

response to ER stress. However, the relative instability of SKN-1

and the presence of smaller isoforms have so far confounded the

resolution of this question (not shown). We recently determined

that some SKN-1 also localizes to mitochondria and that SKN-1

can promote a starvation-like state when overexpressed, a function

that also appears to be conserved in Nrf proteins [26]. Given the

extensive communication between the ER and mitochondria

[4,52], our results suggest that SKN-1/Nrf might respond directly

to the status of each of these organelles. Consistent with this

notion, SKN-1 is required for expression of the C. elegans ortholog
of mitofusin (fzo-1) (Figure 1A), which mediates mitochondrial

fusion and mitochondria-ER interactions [4].

Taken together, our findings show that processes controlled by

SKN-1/Nrf proteins are critical for ER stress defense and

homeostasis, and that SKN-1 is extensively intertwined with the

UPR in vivo. While differences could exist between C. elegans and

mammals with respect to regulatory networks, the extent of the

functional interactions we have observed predicts that mammalian

Nrf proteins are likely to play an important role in the UPR that is

distinct from their familiar function in oxidative stress responses.

Regulation of Oxidative Stress Responses by the UPR
Perhaps our most surprising finding was that core UPR

signaling and transcription factors were required for SKN-1 to

mount a transcriptional response to oxidative stress (Figures 7 and

S7). Cooperative interactions between SKN-1 and UPR tran-

scription factors could account for some of these findings, through

their effects on SKN-1 expression, but it was striking that ire-1 was

needed for AS to induce SKN-1 nuclear accumulation, a

phenomenon that does not occur under ER stress conditions

(Figures S4N and S7D). Moreover, ire-1 was required for the AS-

induced p38 signal that is needed for SKN-1 to be present in

nuclei (Figure 7D). These last findings indicate that IRE-1 affects
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the oxidative stress response at a step upstream of SKN-1. One

speculative possibility for further investigation is that the IRE-1

kinase activity might be needed to initiate the oxidative stress-

induced p38 signal. Together, our data show that signaling from

the ER is required to ‘‘license’’ the oxidative/xenobiotic stress

response, and suggest that the ER might function in effect as a

stress sensor. This importance of the UPR for SKN-1 activity may

have implications for our understanding of aging and longevity

assurance. SKN-1/Nrf not only defends against resistance to

various stresses, but is also important in pathways that affect

longevity, including insulin-like, TORC1, and TORC2 signaling,

and dietary restriction [16,17,19,20]. IRE-1 and XBP-1 have each

been implicated in longevity [53,54], making it important to

determine the extent to which these UPR-based mechanisms

might influence aging through regulation of SKN-1/Nrf and its

functions.

Why would such extensive integration have arisen, in which

SKN-1/Nrf is essential for the UPR, and signaling from the ER is

needed for SKN-1/Nrf activities that are distinct from the UPR

(Figure 7F)? SKN-1/Nrf controls cellular processes that profound-

ly influence the ER. Its target genes drive synthesis of glutathione,

the major redox buffer within the ER, and encode many

endobiotic and xenobiotic metabolism enzymes that reside on or

within the smooth ER (Table S1) [20,21,55]. Under some

circumstances SKN-1/Nrf also regulates proteasome expression

and activity, and numerous chaperone genes [20,21,23–25]. One

possibility is that the influence of SKN-1 could attune the UPR to

events taking place in the cytoplasm. It might be advantageous to

mount a robust transcriptional UPR if the cytoplasm is under

duress, for example, and to moderate the UPR when cytoplasmic

stress is low. Under these conditions, SKN-1 activity would be

relatively high and low, respectively. SKN-1 activity is also

comparatively low when translation rates are high [19,23]. If the

ER becomes stressed under growth conditions it might be useful to

limit the transcriptional UPR initially, because a reduction in

translation rates might largely suffice to restore homeostasis.

Again, under these conditions low SKN-1 activity could act as a

brake on the transcriptional UPR. With respect to the oxidative/

xenobiotic stress response, it could be important for the ER to

have a ‘‘vote’’ on its intensity, given the profound influence of

SKN-1/Nrf on cellular redox status and resources devoted to the

ER. It seems likely, therefore, that the ER not only manages its

own homeostasis, but through SKN-1/Nrf has a broader impact

on cellular stress defense networks that is likely to be critical in

their normal and pathological functions.

Materials and Methods

Gene Expression Analysis
For each condition studied, RNA was extracted from approx-

imately 100 ml of packed mixed-stage worms that were collected in

M9 at the indicated time point. To induce UPR-associated gene

expression, at day three of adulthood worms were treated with

5 mg/ml TM (Sigma) for 16 hours [15], or at day four with 5 mM

DTT (Sigma) [54] for two hours, 5 mM thapsigargin (Enzo) [56]

for two hours, or 5 mM Bortezomib (proteasome inhibitor, LC

Labs) for six hours (similar to published C. elegans MG132

proteasome inhibitor treatment [57]). In each case, these

treatments were non-lethal. For arsenite (AS) and tBOOH

exposure, up to 100 ml of packed worms were collected and

nutated in 5 mM AS or 12 mM tBOOH for 1 hour (a non-lethal

duration). Each of these treatments was performed in a volume of

1 ml, and was followed by pelleting. RNA was analyzed by qRT-

PCR as described, with values normalized to an internal standard

curve for each amplicon [19,44]. The same treatment conditions

were used for ChIP experiments.

Transgenic Reporter Scoring
Expression or nuclear accumulation of transgenic GFP proteins

was scored as ‘‘low,’’ ‘‘medium,’’ or ‘‘high’’ essentially as published

[19], or were quantified using ImageJ 1.45S.

ChIP Lysates and Analysis
ChIP was performed essentially as described [19,44]. 2 ml of

packed mixed-stage worms were crosslinked with formaldehyde at

room temperature for 20 minutes. After quenching, lysis, and

determination of protein concentration, 1 mg/ml samples were

frozen as aliquots at 280uC. The resolution of the assay was

approximately 250–500 bp [44]. The monoclonal antibody FC4

[58] was used for SKN-1 ChIP experiments, as in previous ChIP

analyses [19]. Other antibodies are described in the Supplemental

Experimental Procedures. Analyses of intergenic regions and

control genes (not shown) indicated that average signals of 14%,

11%, 26%, 4%, 11%, 7%, and 8% represent thresholds for

specific presence of SKN-1, Pol II, PSer2, and H3-AcK56, XBP-1,

ATF-6, and Histone H3 respectively.

ER Fractionation
Worms from five confluent 20 cm2 plates were collected in M9

with or without TM treatment (5 mg/ml) for 16 hours, in order to

generate 26 1 ml of packed mixed-stage animals. Worms were

sonicated 36for 20 seconds in homogenization buffer (supplied by

IMGENEX kit, supplemented with HDAC inhibitors, protease

inhibitors, phosphatase inhibitors, and MG132) with the Branson

midiprobe 4900 Sonifer before fractionation with the IMGENEX

Endoplasmic Reticulum Enrichment Kit (Cat No. 10088K) [59].

Mitochondrial and ER fractions were washed 36with 1 ml PBS

and resuspended in 400 ml PBS (supplemented with HDAC,

protease, and phosphatase inhibitors and MG132). Up to 100 ml of

the ER or cytoplasmic fractions were used for each IP.

Immunoprecipitation and Western Blotting
Controls for a polyclonal rabbit antiserum raised against SKN-

1c (JDC7, referred to as pSKN-1) are shown in Figures S4F–S4J.

HSP-3/4/BiP was detected with either C-terminal Drosophila

Hsc3 [60] (Figures 6A and 6B) or N-terminal human BiP antibody

(Sigma et21) [61,62] (Figures 6C and 6E). Note that both BiP

antibodies recognized the same 75 kD band. ATF-6 (Abcam

ab11909), Tubulin (Sigma #9026), and GAPDH (Santa Cruz

sc25778) antibodies were also used. Phosphorylated p38 was

detected using an antibody from Cell Signaling T180/Y182 as

described previously [23]. For Western blotting, antibodies were

used at the following dilution: 1:200 FC4 monoclonal aSKN-1,

1:200 polyclonal aSKN-1, 1:1000 aPol II, and 1:1000 for aHsc3.

All other antibodies were used at manufacturer’s recommended

concentrations.

For IPs, the indicated antibodies (50 ml FC4 monoclonal aSKN-

1 or polyclonal aSKN-1,10 ml Hsc3 (BiP) or 20 ml BiP (Sigma))

and pre-blocked Salmon Sperm DNA/Protein A beads (Zymed)

were added to lysates or samples from the fractionation described

above. The final volume was brought to 500 ml in 16 PIC, 16

PMSF, and 1:1000 MG132 diluted in 16 PBS. Samples were

nutated overnight at 4uC and washed three times for 5 minutes at

4uC the next day with NP-40 wash buffer. Beads were spun down

at 3000 rpm and resuspended in 46 SDS Laemmli Buffer.

Samples were boiled for 15 minutes with 20 ml b-mercaptoethanol

and 50 ml 46 SDS Laemmli. Samples were loaded (50 ml each)
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onto NuPAGE Novex Bis-Tris 10% Gels. Pierce ECL or Femto

Western Blotting Substrate was used for detection.

Other methods are available in Text S1 (Supplementary

Materials and Methods).

Supporting Information

Figure S1 Distinct SKN-1 functions in ER and oxidative stress

responses. (A) The unfolded protein response (reviewed by [5,6]).

Functions of the canonical UPR signaling and transcription

factors, which are labeled according to C. elegans nomenclature, are

discussed in the text. IRE-1 includes an endoribonuclease activity

that initiates splicing of the xbp-1 mRNA and degrades many ER-

associated mRNAs, and a kinase domain that initiates signaling

through stress-activated protein kinase (SAPK) pathways. The

membrane kinase PERK (PEK-1 in C. elegans) inhibits translation

by phosphorylating eIF2a. As a result, ATF4 (ATF-5) is translated

preferentially. Cleavage of ATF-6 in the Golgi releases it into the

cytoplasm, which allows it to accumulate in the nucleus. The ER

chaperone BiP (HSP-3/4 in C. elegans) participates in regulating

these canonical ER signaling proteins [10,63]. In this study we

show that during the UPR, SKN-1 is upregulated at the mRNA

and protein levels, and binds to many of the same downstream

target promoters as the other UPR transcription factors. Here we

depict this by showing these factors all binding to the same

promoter. These downstream targets include UPR signaling and

transcription factor genes. SKN-1 is present in the cytoplasm and

nucleus but also associates with the ER (see text). (B) Analysis of

UPR markers over a time-course of TM treatment. The levels of

hsp-4 and unspliced and spliced xbp-1 mRNAs (see Figures 3A and

S1B) were assayed by qRT-PCR after treatment with tunicamycin

(TM) at the non-lethal concentration of 5 mg/ml. As in a previous

publication [15], 16 hours of 5 mg/ml TM treatment was selected

for subsequent gene expression analyses that involved TM (both

mRNA and ChIP). Shorter time courses were chosen for other ER

stress treatments (see Materials and Methods). (C) TM-induced

ER stress failed to activate many genes that are: 1) constitutively

regulated by SKN-1 (K10B2.2, C35B1.5, F32A5.3, T06D8.8,

Y40D12A.2, gst-1), and 2) upregulated by SKN-1 in response to

oxidative stress (K10B2.2, C35B1.5, Y40D12A.2, and gst-1) [21].

W03A5.7 (dnj-24) is a control gene that is not induced by TM as

previously reported [8]. qRT-PCR analyses of animals that were

treated with Control pL4440 or skn-1 RNAi are shown. Error bars

represent SEM, * p-value#.05, ** #.01, *** #.001 as calculated

by student’s t-test.

(TIF)

Figure S2 Direct regulation of downstream genes by SKN-1.

(A–C) SKN-1 directly activates genes in response to arsenite (AS,

oxidative) stress. Recruitment of endogenous SKN-1 to the site of

transcription of atf-5 (A), pcp-2 (B), and gst-4 (C) was assayed by

ChIP. Error bars represent SEM; * p-value#.05, ** #.01, ***

#.001, calculated by student’s t-test.

(TIF)

Figure S3 SKN-1-dependent activation of core UPR genes. (A)

SKN-1 is required for ER stress (TM) to induce accumulation of

total xbp-1 mRNA. skn-1 refers to skn-1 RNAi, with analysis

performed by qRT-PCR. (B, C) SKN-1 is required for TM-

induced activation of hsp-4p::GFP. (B) Nomarski (top) and

fluorescence (bottom) images show representative hsp-4p::GFP

adults that had been exposed to either empty pL4440 vector (left)

or skn-1 RNAi (right), and treated with TM for 16 hrs. (C) SKN-1-

dependence of TM-induced hsp-4/BiP promoter activation in the

intestine. hsp-4p::GFP expression scoring is described in the

Experimental Procedures (n$100 worms), *** p-value,.0001 by

chi2, (D, E) XBP-1 (D) and SKN-1 (E) bind to the hsp-4/BiP gene

in response to ER stress, with binding detected by ChIP. Error

bars represent SEM, * p-value#.05, **#.01, ***#.001 calculated

by student’s t-test for S3A, D-E.

(TIF)

Figure S4 Increased expression of SKN-1 and downstream

genes in response to ER stress. (A) Increased expression of skn-1
mRNAs in response to TM treatment. mRNAs that encode the

indicated SKN-1 isoforms were assayed by qRT-PCR using

appropriate specific primer sets. (B) Activation of SKN-1-regulated

ER stress-associated genes by thapsigargin treatment (Thap,

5 mM, 2 hours), measured by qRT-PCR. (C) Upregulation of

SKN-1 target genes in response to treatment with the proteasome

inhibitor bortezomib (5 mM, 6 hours). (D–E) Upregulation of skn-1

and selected skn-1-regulated genes in response to hsp-4 (BiP) (D) or

atf-6 (E) downregulation, analyzed by qRT-PCR. (F) Increased

expression of the SKN-1 protein in response to TM-induced ER

stress. IP (immunoprecipitation)-Western analysis was performed

with the FC4 a–SKN-1 monoclonal (mSKN-1), which was raised

against bacterially-expressed SKN-1c and should detect all SKN-1

isoforms [19,58]. The indicated SKN-1 band (arrow) corresponds

to approximately the size predicted for the SKN-1a isoform (see

text). Bands that correspond to IgG heavy chain (HC) and light

chain (LC) are also indicated. (G) Reduction in SKN-1 levels in

response to skn-1 RNAi, assayed by IP-Western in which the IP

was performed with a polyclonal SKN-1 antibody (pSKN-1, also

raised against SKN-1c), and mSKN-1 was used for detection. Note

that IP with an antibody against RNA Pol II did not non-

specifically isolate this SKN-1 species (arrow). (H) Detection of

bacterially-expressed GST-SKN-1c (arrow) by Western blotting

with mSKN-1 (left) and pSKN-1 (right). (I) Detection of SKN-1 by

Western blotting without IP. Lysates from TM-treated worms

were analyzed. Note that both the mSKN-1 and pSKN-1

antibodies recognize the same 85 kD SKN-1 species (arrow),

and that skn-1 RNAi reduced its intensity. Tubulin is shown as a

loading control. (J) Increased SKN-1 expression after DTT-

induced ER stress. SKN-1 was immunoprecipitated using pSKN-1

(lanes 1, 2, and 4) or pre-immune serum (lane 3), then SKN-1 was

detected by Western blotting with pSKN-1 (arrow). In lane 4,

recombinant GST::SKN-1c that had been conjugated to sephar-

ose beads was used to deplete the pSKN-1 antibody prior to IP

(pre-clearing). Note that SKN-1 was not detected in the pre-

immune IP or under pre-clear conditions. (K) DTT-induced

activation of ER stress genes hsp-4 and atf-5 is skn-1-dependent.
Control and DTT values are also shown in Figure 4C, but are

compared here to expression in a skn-1 RNAi sample that was

generated in parallel. RNA was analyzed by qRT-PCR. (L) skn-1

and hsp-4 RNAi comparably decreased survival under conditions

of reductive ER stress (treatment with 5 mM DTT). Because of

sequence similarity, hsp-4 RNAi may also affect hsp-3. See also

Table S3. (M) Failure of TM to activate representative SKN-1

target genes that are upregulated by AS-induced oxidative stress,

assayed by qRT-PCR as in (A–E). TM values are also shown in

Figure S1C. (N) Failure of SKN-1 to accumulate in nuclei in

response to ER stress. A representative experiment is shown in

which SKN-1b/c::GFP levels were scored in intestinal nuclei after

treatment with AS (n$30), TM (n$20), or DTT (n$15) *** p-

value,.0001 as determined by chi2 test. (O) Increased accumu-

lation of oxidized proteins in ire-1(RNAi) animals. Oxidized

proteins, an indirect indicator of ROS levels, were detected by

Western blotting using the Oxyblot system (Millipore). A C. elegans
lysate was treated with 2,4-dinitrophenylhydrazine (DNPH) to

derivatize oxidized protein carbonyl sidechains to 2,4-dinitrophe-
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nylhydrazone (DNP-hydrazone), then analyzed by Western

blotting with an antibody to DNP. Higher levels of oxidized

proteins were associated with ire-1 RNAi, but not with the non-

lethal treatments with AS (5 mM) and TM (5 mg/ml) that were

used for gene expression analyses. For Figures S4A–S4E, and

S4K–S4M error bars represent SEM, * p-value#.05, ** #.01, ***

#.001 calculated by student’s t-test.

(TIF)

Figure S5 Core UPR factors are required for SKN-1-mediated

ER stress response. (A) Importance of XBP-1 for TM-induced

SKN-1 target gene expression. RNAi was detected by qRT-PCR.

(B–F) Canonical UPR factors are required for SKN-1-dependent

gene activation that is induced by ER stress. (B, C) TM-induced

SKN-1 binding and P-Ser2 Pol II accumulation at atf-5 is

abolished by ire-1 RNAi. Recruitment of SKN-1 (D, F) and total

Pol II (E, G) to pcp-2 and gst-4 was similarly impaired by hsp-4 or

pek-1 RNAi. (H, I) Direct binding of endogenous XBP-1 at the pcp-

2 and gst-4 loci, detected by ChIP. Note that TM treatment

increased binding near the transcription start site. Possible

elements that are characteristic of XBP-1 or ATF6/XBP1 binding

[37] are present at the skn-1, pcp-2, and gst-4 loci (not shown). (J, K)

TM-induced recruitment of ATF-6 to pcp-2 and gst-4, detected by

ChIP. For A–K, error bars represent SEM, * p-value#.05, **

#.01, *** #.001 calculated by student’s t-test.

(TIF)

Figure S6 Evidence for association of SKN-1 with the ER. (A) A

predicted transmembrane domain (a.a. 39–59) is present near the

N-terminus of SKN-1a (Phobius algorithm). This transmembrane

domain was also predicted by six additional transmembrane

algorithms: 1) DAS, 2) MEMstat, 3) HMMTOP, 4) Mobyl, 5)

TMAP, and 6) TMHMM (from SDSC Workbench). (B) Isolation

of an ER-enriched fraction from C. elegans. Total cytoplasmic

lysate, ER, and crude Mitochondrial fractions were Western

blotted for HSP-3/4 and GAPDH (cytoplasm marker). Note the

absence of GAPDH and the enrichment of HSP-3/4 relative to

GAPDH in the ER fraction, and the exclusion of HSP-3/4 from

the mitochondrial fraction in Figure 6C.

(TIF)

Figure S7 Importance of UPR signaling for SKN-1-mediated

responses to oxidative stress. (A) xbp-1 is required for AS to induce

expression of skn-1 and downstream SKN-1 targets. Expression

was assayed by qRT-PCR under Control or xbp-1 RNAi

conditions. (B) AS-induced upregulation of gcs-1p::GFP was

impaired in ire-1(RNAi) animals. For each set, n$57. (C) Many

genes that were induced by SKN-1 in response to TM (Figures 1A

and 1B, Table S1) were not upregulated by AS. (D) AS-induced

accumulation of SKN-1::GFP in nuclei requires ire-1. IRE-1

expression was inhibited by RNAi. For each set, n$39. (E, F)

Survival of the indicated stress treatments was impaired by

knockdown of core UPR factor genes. See also Table S4. For (A),

(C), (E), and (F), error bars represent SEM and * p-value#.05, **

#.01, *** #.001 calculated by student’s t-test, # not significant.

For S7B and S7D, *** p-value,.0001 by chi2.

(TIF)

Table S1 SKN-1 appears to regulate many genes that are

involved in ER- or UPR-related functions (ER stress, ER

maintenance, oxidative stress, and redox homeostasis). Genes

were determined or predicted to be regulated by SKN-1 by

microarray expression profiling [21], or genome-scale ChIP of

transgenically-expressed SKN-1 [34]. The indicated genes have all

been implicated in ER- or UPR-related functions [8,52,55,64–88]

and/or were found to be upregulated during the UPR

[8,15,51,66,70,89,90].

(PDF)

Table S2 Individual Tunicamycin (TM) stress survival trials,

shown as a composite in Figure 3H. Assay numbers represent

parallel experiments. The skn-1(zu67) allele was used in each

experiment, and in each case control was the wild type. All

treatments were performed with adult worms, treated with either

DMSO vehicle (-) or 35 mg/ml TM for seven days and then scored

for survival by prodding with a pick. Survival is depicted as the

percentage of animals that were alive at a given time point.

Percent survival change refers to the difference between the

control and skn-1 survival percentages. Statistics are described in

Figure 3H.

(PDF)

Table S3 Individual DTT stress survival trials, shown as a

composite in Figure S4F. In each experiment, the indicated genes

were knocked down by RNAi that was initiated at Day 1 of

adulthood, with pL4440 empty vector used as the control. Day 4

adult worms were treated with 5 mM DTT for 24 hours, then

scored for survival. Number of treatment animals in parentheses

refer to initial worm count before experiment. Survival percent-

ages and differences are indicated as in Table S2. Statistics are

described in Figure S4F.

(PDF)

Table S4 Individual Oxidative Stress survival trials, depicted as

composites in Figures 7E, S7E, and S7F. Assay numbers represent

parallel experiments. For assays 7 and 8, RNAi was initiated at the

L1 stage, then Arsenite treatment was administered on Day 4 of

adulthood. Survival was scored 36 hours later. Statistics are

described in Figure 7. For assays 9 and 10, RNAi treatment was

performed at Day 1 of adulthood, then Paraquat or tBOOH

treatment was initiated at Day 4 of adulthood. Statistics are

described in supplemental Figures S7E and S7F.

(PDF)

Text S1 Supplementary Materials and Methods.

(PDF)

Acknowledgments

We thank Bruce Bowerman, David Bentley, and Hyung Don Ryoo for

reagents, Stacey Robida-Stubbs for generating the polyclonal SKN-1

antibody, the Blackwell lab, Boston C. elegans community, and Will Mair for

many helpful discussions, and the CGC for strains.

Author Contributions

Conceived and designed the experiments: KMGC TKB. Performed the

experiments: KMGC SL. Analyzed the data: KMGC SL. Wrote the paper:

KMGC TKB.

References

1. Gorlach A, Klappa P, Kietzmann T (2006) The endoplasmic reticulum: folding,

calcium homeostasis, signaling, and redox control. Antioxid Redox Signal 8:

1391–1418.

2. Schroder M (2008) Endoplasmic reticulum stress responses. Cell Mol Life Sci 65:

862–894.

3. Csordas G, Hajnoczky G (2009) SR/ER-mitochondrial local communication:

calcium and ROS. Biochim Biophys Acta 1787: 1352–1362.

4. Simmen T, Lynes EM, Gesson K, Thomas G (2010) Oxidative protein folding in

the endoplasmic reticulum: tight links to the mitochondria-associated membrane

(MAM). Biochim Biophys Acta 1798: 1465–1473.

Integrated SKN-1/Nrf and ER Functions

PLOS Genetics | www.plosgenetics.org 13 September 2013 | Volume 9 | Issue 9 | e1003701



5. Walter P, Ron D (2011) The unfolded protein response: from stress pathway to

homeostatic regulation. Science 334: 1081–1086.

6. Hetz C (2012) The unfolded protein response: controlling cell fate decisions

under ER stress and beyond. Nat Rev Mol Cell Biol 13: 89–102.

7. Richardson CE, Kinkel S, Kim DH (2011) Physiological IRE-1-XBP-1 and

PEK-1 signaling in Caenorhabditis elegans larval development and immunity. PLoS

Genet 7: e1002391.

8. Shen X, Ellis RE, Sakaki K, Kaufman RJ (2005) Genetic interactions due to

constitutive and inducible gene regulation mediated by the unfolded protein

response in C. elegans. PLoS Genet 1: e37.

9. Rutkowski DT, Hegde RS (2010) Regulation of basal cellular physiology by the

homeostatic unfolded protein response. J Cell Biol 189: 783–794.

10. Malhotra JD, Kaufman RJ (2007) The endoplasmic reticulum and the unfolded

protein response. Semin Cell Dev Biol 18: 716–731.

11. Wang S, Kaufman RJ (2012) The impact of the unfolded protein response on

human disease. J Cell Biol 197: 857–867.

12. Fu S, Watkins SM, Hotamisligil GS (2012) The role of endoplasmic reticulum in

hepatic lipid homeostasis and stress signaling. Cell Metab 15: 623–634.

13. Tu BP, Weissman JS (2004) Oxidative protein folding in eukaryotes:

mechanisms and consequences. J Cell Biol 164: 341–346.

14. Sevier CS, Kaiser CA (2008) Ero1 and redox homeostasis in the endoplasmic

reticulum. Biochim Biophys Acta 1783: 549–556.

15. Harding HP, Zhang Y, Zeng H, Novoa I, Lu PD, et al. (2003) An integrated

stress response regulates amino acid metabolism and resistance to oxidative

stress. Mol Cell 11: 619–633.

16. Bishop NA, Guarente L (2007) Two neurons mediate diet-restriction-induced

longevity in C. elegans. Nature 447: 545–549.

17. Tullet JM, Hertweck M, An JH, Baker J, Hwang JY, et al. (2008) Direct

inhibition of the longevity-promoting factor SKN-1 by insulin-like signaling in C.
elegans. Cell 132: 1025–1038.

18. Steinbaugh MJ, Sun LY, Bartke A, Miller RA (2012) Activation of genes

involved in xenobiotic metabolism is a shared signature of mouse models with

extended lifespan. Am J Physiol Endocrinol Metab 303: E488–495.

19. Robida-Stubbs S, Glover-Cutter K, Lamming DW, Mizunuma M, Narasimhan

SD, et al. (2012) TOR signaling and rapamycin influence longevity by regulating

SKN-1/Nrf and DAF-16/FoxO. Cell Metab 15: 713–724.

20. Sykiotis GP, Bohmann D (2008) Keap1/Nrf2 signaling regulates oxidative stress

tolerance and lifespan in Drosophila. Dev Cell 14: 76–85.

21. Oliveira RP, Porter Abate J, Dilks K, Landis J, Ashraf J, et al. (2009) Condition-

adapted stress and longevity gene regulation by Caenorhabditis elegans SKN-1/Nrf.

Aging Cell 8: 524–541.

22. Hochmuth CE, Biteau B, Bohmann D, Jasper H (2011) Redox regulation by

Keap1 and Nrf2 controls intestinal stem cell proliferation in Drosophila. Cell Stem
Cell 8: 188–199.

23. Li X, Matilainen O, Jin C, Glover-Cutter KM, Holmberg CI, et al. (2011)

Specific SKN-1/Nrf stress responses to perturbations in translation elongation

and proteasome activity. PLoS Genet 7: e1002119.

24. Steffen J, Seeger M, Koch A, Kruger E (2010) Proteasomal degradation is

transcriptionally controlled by TCF11 via an ERAD-dependent feedback loop.

Mol Cell 40: 147–158.

25. Radhakrishnan SK, Lee CS, Young P, Beskow A, Chan JY, et al. (2010)

Transcription factor Nrf1 mediates the proteasome recovery pathway after

proteasome inhibition in mammalian cells. Mol Cell 38: 17–28.

26. Paek J, Lo J, Narasimhan SD, Nguyen T, Glover-Cutter K, et al. (2012)

Mitochondrial SKN-1/Nrf mediates a conserved starvation response. Cell

Metab 16: 526–537.

27. Wang W, Chan JY (2006) Nrf1 is targeted to the endoplasmic reticulum

membrane by an N-terminal transmembrane domain. Inhibition of nuclear

translocation and transacting function. J Biol Chem 281: 19676–19687.

28. Chevillard G, Blank V (2011) NFE2L3 (NRF3): the Cinderella of the

Cap‘n’Collar transcription factors. Cell Mol Life Sci 68: 3337–3348.

29. Zhang Y, Kobayashi A, Yamamoto M, Hayes JD (2009) The Nrf3 transcription

factor is a membrane-bound glycoprotein targeted to the endoplasmic reticulum

through its N-terminal homology box 1 sequence. J Biol Chem 284: 3195–3210.

30. Zhang Y, Hayes JD (2010) Identification of topological determinants in the N-

terminal domain of transcription factor Nrf1 that control its orientation in the

endoplasmic reticulum membrane. Biochem J 430: 497–510.

31. Cullinan SB, Diehl JA (2004) PERK-dependent activation of Nrf2 contributes to

redox homeostasis and cell survival following endoplasmic reticulum stress. J Biol

Chem 279: 20108–20117.

32. Cullinan SB, Zhang D, Hannink M, Arvisais E, Kaufman RJ, et al. (2003) Nrf2

is a direct PERK substrate and effector of PERK-dependent cell survival. Mol

Cell Biol 23: 7198–7209.

33. An JH, Blackwell TK (2003) SKN-1 links C. elegans mesendodermal specification

to a conserved oxidative stress response. Genes Dev 17: 1882–1893.

34. Niu W, Lu ZJ, Zhong M, Sarov M, Murray JI, et al. (2011) Diverse transcription

factor binding features revealed by genome-wide ChIP-seq in C. elegans. Genome

Res 21: 245–254.

35. Bentley DL (2005) Rules of engagement: co-transcriptional recruitment of pre-

mRNA processing factors. Curr Opin Cell Biol 17: 251–256.

36. Li B, Carey M, Workman JL (2007) The role of chromatin during transcription.

Cell 128: 707–719.

37. Acosta-Alvear D, Zhou Y, Blais A, Tsikitis M, Lents NH, et al. (2007) XBP1
controls diverse cell type- and condition-specific transcriptional regulatory
networks. Mol Cell 27: 53–66.

38. Inoue H, Hisamoto N, An JH, Oliveira RP, Nishida E, et al. (2005) The C.
elegans p38 MAPK pathway regulates nuclear localization of the transcription
factor SKN-1 in oxidative stress response. Genes Dev 19: 2278–2283.

39. An JH, Vranas K, Lucke M, Inoue H, Hisamoto N, et al. (2005) Regulation of
the Caenorhabditis elegans oxidative stress defense protein SKN-1 by glycogen
synthase kinase-3. Proc Natl Acad Sci U S A 102: 16275–16280.

40. Zhang Y, Lucocq JM, Hayes JD (2009) The Nrf1 CNC/bZIP protein is a
nuclear envelope-bound transcription factor that is activated by t-butyl
hydroquinone but not by endoplasmic reticulum stressors. Biochem J 418:

293–310.

41. Rogers AN, Chen D, McColl G, Czerwieniec G, Felkey K, et al. (2011) Life span
extension via eIF4G inhibition is mediated by posttranscriptional remodeling of

stress response gene expression in C. elegans. Cell Metab 14: 55–66.

42. Higa A, Chevet E (2012) Redox signaling loops in the unfolded protein response.
Cell Signal 24: 1548–1555.

43. Pollard MG, Travers KJ, Weissman JS (1998) Ero1p: a novel and ubiquitous
protein with an essential role in oxidative protein folding in the endoplasmic

reticulum. Mol Cell 1: 171–182.

44. Glover-Cutter K, Kim S, Espinosa J, Bentley DL (2008) RNA polymerase II
pauses and associates with pre-mRNA processing factors at both ends of genes.

Nat Struct Mol Biol 15: 71–78.

45. Nadeau OW, Carlson GM (2007) Protein interactions captured by chemical
cross-linking: one-step cross-linking with formaldehyde. CSH Protoc 2007: pdb

prot4634.

46. Lynes EM, Simmen T (2011) Urban planning of the endoplasmic reticulum
(ER): how diverse mechanisms segregate the many functions of the ER. Biochim

Biophys Acta 1813: 1893–1905.

47. Wang J, Robida-Stubbs S, Tullet JM, Rual JF, Vidal M, et al. (2010) RNAi

screening implicates a SKN-1-dependent transcriptional response in stress
resistance and longevity deriving from translation inhibition. PLoS Genet 6:
e1001048. doi:10.1371/journal.pgen.1001048.

48. Urano F, Bertolotti A, Ron D (2000) IRE1 and efferent signaling from the
endoplasmic reticulum. J Cell Sci 113 Pt 21: 3697–3702.

49. Nguyen DT, Kebache S, Fazel A, Wong HN, Jenna S, et al. (2004) Nck-

dependent activation of extracellular signal-regulated kinase-1 and regulation of
cell survival during endoplasmic reticulum stress. Mol Biol Cell 15: 4248–4260.

50. Choi CH, Jung YK, Oh SH (2010) Autophagy induction by capsaicin in

malignant human breast cells is modulated by p38 and extracellular signal-
regulated mitogen-activated protein kinases and retards cell death by suppressing
endoplasmic reticulum stress-mediated apoptosis. Mol Pharmacol 78: 114–125.

51. Urano F, Calfon M, Yoneda T, Yun C, Kiraly M, et al. (2002) A survival
pathway for Caenorhabditis elegans with a blocked unfolded protein response. J Cell
Biol 158: 639–646.

52. Kornmann B, Walter P (2010) ERMES-mediated ER-mitochondria contacts:
molecular hubs for the regulation of mitochondrial biology. J Cell Sci 123: 1389–
1393.

53. Chen D, Thomas EL, Kapahi P (2009) HIF-1 modulates dietary restriction-
mediated lifespan extension via IRE-1 in Caenorhabditis elegans. PLoS Genet 5:
e1000486.

54. Henis-Korenblit S, Zhang P, Hansen M, McCormick M, Lee SJ, et al. (2010)
Insulin/IGF-1 signaling mutants reprogram ER stress response regulators to
promote longevity. Proc Natl Acad Sci U S A 107: 9730–9735.

55. Cribb AE, Peyrou M, Muruganandan S, Schneider L (2005) The endoplasmic
reticulum in xenobiotic toxicity. Drug Metab Rev 37: 405–442.

56. Sasagawa Y, Yamanaka K, Ogura T (2007) ER E3 ubiquitin ligase HRD-1 and
its specific partner chaperone BiP play important roles in ERAD and
developmental growth in Caenorhabditis elegans. Genes Cells 12: 1063–1073.

57. Orsborn AM, Li W, McEwen TJ, Mizuno T, Kuzmin E, et al. (2007) GLH-1,
the C. elegans P granule protein, is controlled by the JNK KGB-1 and by the
COP9 subunit CSN-5. Development 134: 3383–3392.

58. Bowerman B, Draper BW, Mello C, Priess J (1993) The maternal gene skn-1
encodes a protein that is distributed unequally in early C. elegans embryos. Cell
74: 443–452.

59. Ohta E, Itoh T, Nemoto T, Kumagai J, Ko SB, et al. (2009) Pancreas-specific
aquaporin 12 null mice showed increased susceptibility to caerulein-induced
acute pancreatitis. Am J Physiol Cell Physiol 297: C1368–1378.

60. Ryoo HD, Domingos PM, Kang MJ, Steller H (2007) Unfolded protein response
in a Drosophila model for retinal degeneration. EMBO J 26: 242–252.

61. Lai CW, Aronson DE, Snapp EL (2010) BiP availability distinguishes states of
homeostasis and stress in the endoplasmic reticulum of living cells. Mol Biol Cell
21: 1909–1921.

62. Buchkovich NJ, Maguire TG, Paton AW, Paton JC, Alwine JC (2009) The
endoplasmic reticulum chaperone BiP/GRP78 is important in the structure and
function of the human cytomegalovirus assembly compartment. J Virol 83:

11421–11428.

63. Pincus D, Chevalier MW, Aragon T, van Anken E, Vidal SE, et al. (2010) BiP
binding to the ER-stress sensor Ire1 tunes the homeostatic behavior of the

unfolded protein response. PLoS Biol 8: e1000415.

64. Bonilla M, Nastase KK, Cunningham KW (2002) Essential role of calcineurin in
response to endoplasmic reticulum stress. EMBO J 21: 2343–2353.

Integrated SKN-1/Nrf and ER Functions

PLOS Genetics | www.plosgenetics.org 14 September 2013 | Volume 9 | Issue 9 | e1003701



65. Bollo M, Paredes RM, Holstein D, Zheleznova N, Camacho P, et al. (2010)
Calcineurin interacts with PERK and dephosphorylates calnexin to relieve ER
stress in mammals and frogs. PLoS One 5: e11925.

66. Kapulkin WJ, Hiester BG, Link CD (2005) Compensatory regulation among ER
chaperones in C. elegans. FEBS Lett 579: 3063–3068.

67. Lewis MJ, Sweet DJ, Pelham HR (1990) The ERD2 gene determines the
specificity of the luminal ER protein retention system. Cell 61: 1359–1363.

68. Novoa I, Zeng H, Harding HP, Ron D (2001) Feedback inhibition of the
unfolded protein response by GADD34-mediated dephosphorylation of
eIF2alpha. J Cell Biol 153: 1011–1022.

69. Chetyrkin SV, Hu J, Gough WH, Dumaual N, Kedishvili NY (2001) Further
characterization of human microsomal 3alpha-hydroxysteroid dehydrogenase.
Arch Biochem Biophys 386: 1–10.

70. Ichishita R, Tanaka K, Sugiura Y, Sayano T, Mihara K, et al. (2008) An RNAi
screen for mitochondrial proteins required to maintain the morphology of the
organelle in Caenorhabditis elegans. J Biochem 143: 449–454.

71. Inada M, Guthrie C (2004) Identification of Lhp1p-associated RNAs by
microarray analysis in Saccharomyces cerevisiae reveals association with coding and
noncoding RNAs. Proc Natl Acad Sci U S A 101: 434–439.

72. Rzymski T, Milani M, Pike L, Buffa F, Mellor HR, et al. (2010) Regulation of
autophagy by ATF4 in response to severe hypoxia. Oncogene 29: 4424–4435.

73. Kouroku Y, Fujita E, Tanida I, Ueno T, Isoai A, et al. (2007) ER stress (PERK/
eIF2alpha phosphorylation) mediates the polyglutamine-induced LC3 conver-
sion, an essential step for autophagy formation. Cell Death Differ 14: 230–239.

74. McKay RM, McKay JP, Avery L, Graff JM (2003) C. elegans: a model for
exploring the genetics of fat storage. Dev Cell 4: 131–142.

75. Eschenlauer SC, Page AP (2003) The Caenorhabditis elegans ERp60 homolog
protein disulfide isomerase-3 has disulfide isomerase and transglutaminase-like
cross-linking activity and is involved in the maintenance of body morphology.
J Biol Chem 278: 4227–4237.

76. Kornmann B, Currie E, Collins SR, Schuldiner M, Nunnari J, et al. (2009) An
ER-mitochondria tethering complex revealed by a synthetic biology screen.
Science 325: 477–481.

77. Lee W, Kim KR, Singaravelu G, Park BJ, Kim DH, et al. (2006) Alternative
chaperone machinery may compensate for calreticulin/calnexin deficiency in
Caenorhabditis elegans. Proteomics 6: 1329–1339.

78. Lynes EM, Bui M, Yap MC, Benson MD, Schneider B, et al. (2012)
Palmitoylated TMX and calnexin target to the mitochondria-associated
membrane. EMBO J 31: 457–470.

79. Radominska-Pandya A, Czernik PJ, Little JM, Battaglia E, Mackenzie PI (1999)

Structural and functional studies of UDP-glucuronosyltransferases. Drug Metab

Rev 31: 817–899.

80. Sriburi R, Jackowski S, Mori K, Brewer JW (2004) XBP1: a link between the

unfolded protein response, lipid biosynthesis, and biogenesis of the endoplasmic

reticulum. J Cell Biol 167: 35–41.

81. Nakajima S, Hiramatsu N, Hayakawa K, Saito Y, Kato H, et al. (2011) Selective

abrogation of BiP/GRP78 blunts activation of NF-kappaB through the ATF6

branch of the UPR: involvement of C/EBPbeta and mTOR-dependent

dephosphorylation of Akt. Mol Cell Biol 31: 1710–1718.

82. Chetyrkin SV, Belyaeva OV, Gough WH, Kedishvili NY (2001) Characteriza-

tion of a novel type of human microsomal 3alpha -hydroxysteroid dehydroge-

nase: unique tissue distribution and catalytic properties. J Biol Chem 276:

22278–22286.

83. Hapala I, Marza E, Ferreira T (2011) Is fat so bad? Modulation of endoplasmic

reticulum stress by lipid droplet formation. Biol Cell 103: 271–285.

84. Urano F, Wang X, Bertolotti A, Zhang Y, Chung P, et al. (2000) Coupling of

stress in the ER to activation of JNK protein kinases by transmembrane protein

kinase IRE1. Science 287: 664–666.

85. Xia R, Webb JA, Gnall LLM, Cutler K, Abramson JJ (2003) Skeletal muscle

sarcoplasmic reticulum contains a NADH-dependent oxidase that generates

superoxide. Am J Physiol: Cell Physiol 285: C215-C221.

86. Santos CX, Tanaka LY, Wosniak J, Laurindo FR (2009) Mechanisms and

implications of reactive oxygen species generation during the unfolded protein

response: roles of endoplasmic reticulum oxidoreductases, mitochondrial

electron transport, and NADPH oxidase. Antioxid Redox Signal 11: 2409–2427.

87. Barbe L, Lundberg E, Oksvold P, Stenius A, Lewin E, et al. (2007) Toward a

confocal subcellular atlas of the human proteome. Mol Cell Proteomics 7: 499–

508.

88. Lochnit G, Geyer R (2003) Evidence for the presence of the Kennedy and

Bremer- Greenberg pathways in Caenorhabditis elegans. Acta Biochim Pol 50:

1239–1243.

89. Harding HP, Zhang Y, Ron D (1999) Protein translation and folding are

coupled by an endoplasmic-reticulum-resident kinase. Nature 397: 271–274.

90. Calfon M, Zeng H, Urano F, Till JH, Hubbard SR, et al. (2002) IRE1 couples

endoplasmic reticulum load to secretory capacity by processing the XBP-1

mRNA. Nature 415: 92–96.

Integrated SKN-1/Nrf and ER Functions

PLOS Genetics | www.plosgenetics.org 15 September 2013 | Volume 9 | Issue 9 | e1003701


