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Noncanonical binding of BiP ATPase
domain to Ire1 and Perk is dissociated
by unfolded protein CH1 to initiate ER
stress signaling
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Abstract The unfolded protein response (UPR) is an essential cell signaling system that detects

the accumulation of misfolded proteins within the endoplasmic reticulum (ER) and initiates a cellular

response in order to maintain homeostasis. How cells detect the accumulation of misfolded proteins

remains unclear. In this study, we identify a noncanonical interaction between the ATPase domain of

the ER chaperone BiP and the luminal domains of the UPR sensors Ire1 and Perk that dissociates

when authentic ER unfolded protein CH1 binds to the canonical substrate binding domain of BiP.

Unlike the interaction between chaperone and substrates, we found that the interaction between BiP

and UPR sensors was unaffected by nucleotides. Thus, we discover that BiP is dual functional UPR

sensor, sensing unfolded proteins by canonical binding to substrates and transducing this event to

noncanonical, signaling interaction to Ire1 and Perk. Our observations implicate BiP as the key

component for detecting ER stress and suggest an allosteric mechanism for UPR induction.

DOI: 10.7554/eLife.03522.001

Introduction
The endoplasmic reticulum (ER) is an essential eukaryotic organelle responsible for a number of

processes including folding and maturation of secretory proteins destined for the extracellular space.

The sudden requirement for processing large quantities of secretory proteins can be immense and

results in over burdening the folding machinery within the ER, leading to accumulation of misfolded

proteins and ER stress (Malhotra and Kaufman, 2007; Walter and Ron, 2011; Wang and Kaufman,

2012). The unfolded protein response (UPR) is a cell signaling system that detects the presence of

misfolded proteins within the ER and carries out a varied cellular response to maintain homeostasis

(Malhotra and Kaufman, 2007; Hetz et al., 2011;Walter and Ron, 2011;Wang and Kaufman, 2012).

Both Ire1 and Perk are UPR sensor proteins possessing luminal domains that are involved in detecting

the presence of unfolded protein, although the precise mechanism is unclear (Malhotra and Kaufman,

2007; Hetz et al., 2011; Wang and Kaufman, 2012; Carrara et al., 2013). Early studies within the field

provide evidence for the role of BiP (ER Hsp70 chaperone) in UPR activation by binding to the luminal

domains and maintaining them in an inactive state (Bertolotti et al., 2000; Liu et al., 2000; Okamura

et al., 2000; Ma et al., 2002; Zhou et al., 2006). An alternative model proposed a direct recognition of

misfolded proteins by Ire1 (Credle et al., 2005; Gardner and Walter, 2011; Promlek et al., 2011).

In this study, we set out to glean new insights into the mechanism of mammalian UPR activation, by

initially reconstituting the mechanistic events in vitro, using recombinant human Ire1 and Perk luminal

domain proteins, in the presence of authentic and relevant ER unfolded protein CH1; and assessing

whether BiP is involved in this process. By primarily using biophysical/biochemical techniques, we

discover a direct noncanonical interaction between the ATPase domain of BiP to the luminal domains

of Ire1 and Perk, clearly indicating a UPR signaling role. This interaction is unaffected by nucleotide
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binding to BiP. We further show that unfolded protein CH1 binds to the canonical BiP substrate binding

domain; this relieves the interaction between BiP and luminal domains of Ire1 and Perk. Moreover, our

data indicate that this model is consistent in cells. Overall, our observations suggest a novel allosteric

model for UPR induction that involves BiP as the key component for detecting ER stress.

Results

Noncanonical binding of Ire1 and Perk luminal domains to BiP
ATPase domain
We initially expressed and purified full-length human Ire1 and Perk luminal domains along with

full-length BiP encompassing both the ATPase domain and the substrate binding domains.

To assess the role of BiP in UPR sensing, we first examined whether there was an interaction

between the luminal domains of Ire1 and Perk to full-length BiP. Using microscale thermophoresis,

we found that both Ire1 and Perk luminal domains bound to BiP with binding affinities of Kd = 1.33 μM
and 1.92 μM, respectively, consistent with a typical transient protein–protein interaction (Figure 1A–B).

To dissect the molecular basis of the interaction between Ire1 and Perk with BiP, we tested if this

interaction was mediated by the canonical substrate binding domain, as it is the case for this chaperone,

or the ATPase domain. Both BiP’s ATPase and substrate binding domains were expressed and purified

separately and assessed for their ability to bind to Ire1 and Perk luminal domains. Analysis of binding by

thermophoresis revealed that in contrast to full-length BiP, we measured no binding between luminal

domains and BiP’s substrate binding domain (Figure 1C–D). Surprisingly, we discovered that BiP’s

ATPase domain bound to both Ire1 and Perk luminal domains with binding affinities of Kd = 1.97 μM and

2.05 μM, which were almost identical to full-length BiP (Figure 1C–D). These results reveal that BiP

binding to the luminal domains of Ire1 or Perk does not involve BiP’s substrate binding domain. Rather,

the interaction between BiP with Ire1 and Perk luminal domains is entirely mediated by BiP’s ATPase

domain (Figure 1C–D). Such an interaction with BiP ATPase domain is novel, and suggests that the

BiPATPase domain interaction with Ire1 or Perk is distinct from the classical chaperone-substrate

interaction, and may serve some key signaling functions that we set out to elucidate. To confirm that

the noncanonical interactions detected by microscale thermophoresis were robust, we developed

eLife digest Proteins perform many essential tasks in cells, but to be able to work they first have

to correctly fold into a specific three-dimensional shape. Within the cell, many proteins are folded

with the help of ‘chaperone’ proteins. If any proteins fold incorrectly, the normal workings of the cell

can be disturbed, which may damage the cell. This is more likely to happen if a cell suddenly requires

a large number of proteins to be made, which can overwhelm the chaperone proteins.

In humans and other eukaryotic organisms, many proteins are folded in a compartment within the

cell called the endoplasmic reticulum. Inside this compartment there is a system called the unfolded

protein response that detects misfolded proteins and boosts the cell’s capacity to re-fold them. As

part of this system, two sensor proteins detect when misfolded proteins are present, but it is not

clear how they do so. It has been suggested that a chaperone protein called BiP may be able to

activate these sensor proteins in order to turn on the unfolded protein response.

In this study, Carrara et al. studied the sensor proteins and BiP using an artificial set-up in the

laboratory. The experiments show that both of the sensor proteins can bind to a section of the BiP

chaperone called the ATPase domain. However, in the presence of an unfolded protein, BiP stopped

interacting with the sensor proteins, which could allow the sensor proteins to activate the unfolded

protein response. The experiments also show that BiP must bind to the unfolded protein to activate the

unfolded protein response.

Carrara et al.’s findings suggest that BiP has a dual role in cells: to sense unfolded proteins by

binding to them, and then to activate the sensor proteins that trigger the unfolded protein response.

Together, these results suggest a new model for how cells detect and respond to misfolded

proteins within the endoplasmic reticulum, and may provide new targets for therapies to treat

diseases caused by defects in protein folding.

DOI: 10.7554/eLife.03522.002
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an independent assay. Pull down assays with purified proteins recapitulated our previous results:

His6-tagged full-length BiP and BiP ATPase domain proteins were able to form an interaction with

luminal domain of Ire1 and Perk, while His6-tagged BiP substrate binding domain did not bind to

Ire1 and Perk luminal domains (Figure 1E). Thus, we have here recapitulated the interaction

Figure 1. Noncanonical binding of BiP ATPase domain to Ire1 and Perk. (A–B) Microscale thermophoresis (MST) analysis

showing sigmoidal binding curves for interaction between full-length BiP and the complete luminal domains (region I–V)

of (A) Ire1 luminal domain (Kd = 1.33 μM) and (B) Perk luminal domain (Kd = 1.92 μM). (C–D) MST binding curves of

interaction between BiP sub-domains (ATPase and substrate binding domain) and (C) Ire1 luminal domain (ATPase Kd =
1.97 μM; no binding to substrate binding domain) and (D) Perk luminal domain (ATPase Kd = 2.05 μM; no binding to

substrate binding domain). (E) Pull down assay showing BiP-luminal domain complexes using His6-tagged BiP proteins

and luminal domains of Perk and Ire1 visualized by coomassie brilliant blue stained SDS PAGE gel. Ire1 and Perk luminal

domains bind to full-length BiP and BiP ATPase domain. No binding to BiP substrate binding domain was observed.

DOI: 10.7554/eLife.03522.003
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between full-length BiP and Ire1 and Perk luminal domains. Moreover, we confirm that Ire1 and Perk

luminal domains bind to BiP’s ATPase domain.

Noncanonical binding of BiP ATPase to Ire1 and Perk is independent of
nucleotides
ATP–ADP cycling is an important part of BiP’s chaperone activity (Mayer et al., 2003). To further

characterize the novel interaction between BiP, Ire1, and Perk, we next assessed if the formation of

the complex between BiP ATPase domain and the UPR luminal domain was affected by the presence

of nucleotides. Using thermophoresis, we measured the binding of full-length BiP to luminal domains

of Ire1 and Perk in the presence of 10 mM ATP, ADP, AMPPNP, and also in the absence of nucleotide.

We observed the affinity of interaction was very similar both in the presence of the various

nucleotides, and when nucleotide was absent. Therefore, the addition of ATP, AMPPNP, and ADP had

no effect upon the formation of the full-length BiP-Perk and full-length BiP-Ire1 luminal domain

complexes (Figure 2A–C). This indicates that the interaction between BiP ATPase domain and Ire1 or

Perk is unrelated to the interaction between BiP and its canonical substrates.

BiP binds to region II–IV of luminal domains
The luminal domain of yeast Ire1 has been divided into five subregions based upon a series of deletion

mutant’s ability to activate UPR (Kimata et al., 2004, 2007). We designed a range of constructs based

upon this classification in order to determine more precisely the interaction site between Ire1 and Perk

luminal domains with BiP’s ATPase domain (Table 1). One point to note, is that using this assignment

(Kimata et al., 2004, 2007) yeast Ire1 luminal domain possesses an extended region I, whilst the

equivalent region in human Ire1 is essentially absent. The implication for human Ire1 is that both

regions I and II are very close together and map onto the equivalent of yeast region II. Next, we

measured the binding affinities for BiP’s ATPase domain interacting with human Ire1 and Perk

luminal domains comprising of various regions between I and V. We found that binding affinities

Figure 2. The noncanonical binding of BiP ATPase domain to Ire1 and Perk is independent of nucleotides.

(A–B) MST analysis showing sigmoidal binding curves for full-length BiP interaction with (A) Ire1 luminal domain and

(B) Perk luminal domain in the presence of 10 mM ATP, ADP, AMPPNP and in the absence of nucleotides. (C) List of

Kd values (μM ± SE) for Ire1 and Perk luminal domain interactions with full-length BiP in the presence of nucleotides

for the binding curves represented in A and B. Binding between luminal domains and BiP was not affected by the

presence of the various nucleotides.

DOI: 10.7554/eLife.03522.004
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for region II–IV were essentially the same as

those measured for binding to the full-length

luminal domain construct region I–V, indicating

the core interaction between UPR luminal

domains and BiP maps to the luminal domain

region II–IV and ATPase domain, respectively

(Figure 3A–C). To reinforce the in vitro data, we

assessed whether the interaction between Ire1

luminal domain regions II–IV and BiP occurs

in cells. Principally, we conducted a co-

immunoprecipitation experiment using an Ire1

region V deletion mutant (Ire1ΔV; Δ390–430) with
a BiP construct possessing an N-terminal HA-tag,

in the absence and presence of ER stress, and

then compared with full-length Ire1 (Figure 3D). In

the absence of ER stress, immunoblotting with

Ire1-specific antibody clearly indicates the pres-

ence of bands that are consistent for both Ire1

ΔV mutant and full-length protein co-

immunoprecipitating with BiP. Upon ER stress,

both Ire1 ΔV mutant and full-length Ire1 protein

display a reduced level of interaction with BiP (Figure 3D). We also assessed direct binding with BiP

ATPase domain to both Ire1 full-length and ΔV mutant—observing an interaction consistent with in vitro

data (Figure 3E). These results suggest that BiP interacts with Ire1 region II–IV in cells and that region V is

dispensable for this interaction to occur, reinforcing the previous in vitro analysis (Figure 3D,E). Ire1

luminal domain region II–IV has been suggested to be important for stress sensing in yeast (Credle et al.,

2005). Here, we identified region II–IV as the binding site for human BiP-luminal domain protein

interaction. This suggests that BiP is likely to be important in mammalian ER stress sensing.

Unfolded peptide mimic has no effect upon BiP-luminal
domain interactions
The identification of a noncanonical interaction between BiP’s ATPase domain and the luminal domains

of Ire1 and Perk raises the possibility that this interaction might have a signaling function in initiating UPR

activation. In order to probe the significance of this interaction in UPR signaling, we set out to

reconstitute ER stress in our system. Therefore, we critically assessed the effect of unfolded peptide

substrates, and hence ER stress, upon the BiP-luminal domain complexes using our assays. First, we

assessed the previously described yeast Ire1-specific unfolded peptide mimic, ΔEspP (Gardner and

Walter, 2011). ΔEspP has been shown to bind directly to yeast Ire1 luminal domain and to subsequently

cause luminal domain oligomerisation (Gardner and Walter, 2011). Although, we measured weak

binding between ΔEspP and human luminal domain proteins of Ire1 and Perk (Figure 4—figure

supplement 1A–C), surprisingly we detected no effect upon full-length BiP-Ire1 and full-length BiP-Perk

luminal domain complexes upon addition of peptide (Figure 4—figure supplement 1D–F).

Unfolded proteins bind to canonical BiP substrate binding domain only
To reconstitute ER stress in vitro, we next turned to an authentic and relevant ER-resident unfolded

protein to assess the effects of misfolded proteins on the BiP-Ire1 and BiP-Perk complexes.

The intrinsically unfolded immunoglobulin constant heavy chain domain (CH1), which is disordered

in the absence of its cognate binding partner CL, is a relevant, ER localized unfolded protein

substrate (Feige et al., 2009; Marcinowski et al., 2011). First, we examined if unfolded protein

CH1 binds to the luminal domains of Ire1 and Perk. Surprisingly, we measured no interaction

between CH1 and luminal domains suggesting that Ire1 and Perk luminal domains are not directly

involved in detecting unfolded proteins (Figure 4A–B). Next, we assessed the interaction of CH1

to full-length BiP. As expected (Marcinowski et al., 2011), we found that CH1 bound to full-length

BiP with a binding affinity of Kd = 8.7 μM. To identify what region of BiP, CH1 specifically bound to,

we used ATPase and substrate binding domain proteins for interaction analysis. As expected for

an Hsp70 chaperone (Marcinowski et al., 2011), we found that CH1 bound only to the substrate

Table 1. Construct sizes for all BiP, Ire1 and Perk

in vitro constructs used in this study

Protein Residue range

BiP FL 28–654

BiP ATPase 28–405

BiP SBD 422–654

Ire1 I–V 24–440

Ire1 I–IV 24–390

Ire1 II–V 32–440

Ire1 II–IV 32–390

Ire1 LD for cross-link experiment 32–390

Perk I–V 54–509

Perk I–IV 54–403

Perk II–V 105–509

Perk II–IV 54–403

DOI: 10.7554/eLife.03522.005
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Regions Ire1 Perk 

I - V 1.97 (±0.15) 2.05 (±0.54)

I - IV 1.86 (±0.24) 2.35 (±0.44)

II - V 2.02 (±0.03) 2.69 (±0.40)

II - IV 1.55 (±0.07) 2.28 (±0.28)

II insoluble insoluble

IV insoluble insoluble
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Figure 3. Core interaction between BiP ATPase and luminal domains occurs via region II-IV of luminal domains.

(A–B) MST binding curves of interaction between BiP ATPase and different length constructs of (A) Ire1 luminal

domain and (B) Perk luminal domain. (C) List of Kd values (μM ± SE) for BiP ATPase interaction with the various Ire1

and Perk luminal domain constructs (based on regions I–V) for binding curves represented in A and B. The luminal

domain region II–IV, is solely responsible for binding to BiP proteins and regions I and V are dispensable in this

interaction. (D) Co-immunoprecipitation experiment in which HEK293T cells were co transfected with either Ire1

mutant lacking region V (Ire1ΔV; Δ390–430) or full-length Ire1, along with HA-tagged BiP, in the absence or presence

of ER stress (TM = 5 μM; 4 hr tunicamycin). Immunoprecipitating with HA peptide and then immunoblotting with Ire1

specific antibody reveals an interaction between BiP and both full-length and mutant Ire1 that is missing region V

(Ire1 ΔV), which is reduced after ER stress. This interaction in cells reinforces the in vitro data. (E) Co-

immunoprecipitation experiment similar to (D), but cells were co transfected with HA-tagged BiP ATPase and were

not subjected to ER stress with tunicamycin.

DOI: 10.7554/eLife.03522.006
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binding domain of BiP with a similar binding affinity to that of full-length BiP, suggesting that BiP’s

substrate binding domain was solely responsible for binding to CH1 unfolded protein.

Unfolded proteins dissociate noncanonical BiP-luminal domain interaction
Having established that CH1 binds exclusively to BiP’s substrate binding domain and that BiP’s ATPase

domain is responsible for its interaction with the luminal domains; we evaluated the effects of CH1 binding

to the BiP-luminal domain complex using our pull down assay. The addition of CH1 to the complex caused

A

B

Figure 4. Unfolded protein CH1 binds to canonical BiP substrate binding domain without binding to UPR luminal

domains. (A) MST binding curves for CH1 binding to full-length BiP (Kd = 8.7 μM), BiP’s ATPase domain

(no binding), BiP’s substrate binding domain (Kd = 5.1 μM), Ire1 luminal domain (no binding) and Perk luminal

domain (no binding). (B) Pull down experiment showing CH1 binding to both full-length and substrate binding

domain of BiP only, with no interaction observed to luminal domains, reaffirming the data for CH1 interactions

using MST in part A.

DOI: 10.7554/eLife.03522.007

The following figure supplement is available for figure 4:

Figure supplement 1. Assessing the role of unfolded protein peptide mimic (ΔEspP) in UPR stress sensing.

DOI: 10.7554/eLife.03522.008
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complete dissociation of both full-length BiP-Ire1 and full-length BiP-Perk luminal domain complexes

(Figure 5A). The dissociation of the BiP-Ire1 and BiP-Perk complexes by CH1 reveals that unfolded protein

binding to BiP substrate binding domain, causes BiP ATPase domain to dissociate from BiP-luminal

domain complex. Thus, when BiP is engaged in a signaling complex with Ire1 or Perk, its substrate binding

domain remains available to interact directly with misfolded protein. This interaction dissociates the

complex and initiates UPR signaling. To confirm these findings, we incubated CH1 with BiP and then

subsequently added Ire1 and Perk luminal domains. Consistent with our prediction, we found that BiP

engaged with misfolded protein CH1, is unable to bind to the luminal domains of Ire1 or Perk

(Figure 5B). Thus, the binding of CH1 and luminal domains to BiP are mutually exclusive (Figure 5B).

BiP deletion mutants that lack substrate binding domain attenuate
UPR signaling
Thus far, the in vitro data suggest an allosteric/conformational change engendered by unfolded

protein binding to BiP’s substrate binding domain, causing dissociation of BiP, via it’s ATPase domain,

Figure 5. The unfolded protein CH1 dissociates the noncanonical interaction between BiP ATPase domain and the

luminal domain of Ire1 or Perk. (A) Pull down assay assessing the effects upon addition of unfolded protein CH1 to

His6-tagged full-length BiP-luminal domain complexes. CH1 disrupts BiP-luminal domain interaction and causes the

complexes to dissociate. (B) When His6-tagged full-length BiP is initially incubated with CH1 and then subsequently

Ire1 and Perk luminal domains are added, we see no binding between luminal domains and BiP indicating that

luminal domains and CH1 binding to BiP are mutually exclusive.

DOI: 10.7554/eLife.03522.009
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from Ire1 and Perk. To test if this model occurs in cells, we co transfected Ire1 and Perk, with

HA-tagged full-length BiP, and BiP deletion mutant lacking the substrate binding domain; encompassing

BiP ATPase domain only, consistent with earlier in vitro constructs used. We compared the levels

of phosphorylated Ire1 and Perk, as indicators of UPR signaling, when expressed with full-length

BiP or BiP ATPase domain, in both unstressed and ER stressed cells.

We observed that in ER stressed cells expressing full-length BiP with Ire1 or Perk, exhibited

significantly greater levels of phosphorylation when compared to cells expressing BiP ATPase domain

with Ire1 or Perk (Figure 6A,B). In agreement with our prediction, cells that lacked the substrate

binding domain of BiP were unable to efficiently respond to ER stress and displayed significantly less

phosphorylation—a result of attenuated UPR signaling. These data suggest that allosteric regulation

occurs in cells, consistent with our in vitro model.

BiP impedes Ire1 luminal domain dimer and tetramer formation
The dissociation of BiP from Ire1 and Perk luminal domains upon ER stress leads to further

downstream signaling (Bertolotti et al., 2000; Liu et al., 2000; Okamura et al., 2000). It is highly

likely that some sort of oligomerisation event occurs (Walter and Ron, 2011), preceding from a dimer

state, which makes signal propagation more efficient, although exactly how this happens is not clearly

understood. To understand luminal domain oligomerisation and how BiP affects this process, if at all;

we analyzed the effects of cross linking upon Ire1 luminal domain protein in the absence and presence

of His6-tagged BiP ATPase domain protein. The BiP ATPase domain interacts directly with Ire1 luminal

domain, but perhaps more importantly—for clarity of results—it exists as a monomer both in absence

and presence of cross linker. Thus, making the identification of the Ire1-BiP multimer bands an easier

task. Upon addition of cross linker, Ire1 luminal domain forms two distinct species: a dimer and tetramer

state. When we added BiP ATPase in a 1:1 ratio with Ire1 luminal domain protein, and then subjected

the mixture to cross linking, we see a reduction in size of the tetramer band; concomitantly, there

appears a band that corresponds to a trimer in size (Figure 7A). Immunoblotting against His6 peptide

reveals that the dimer band in the 1:1 mixture sample contains BiP ATPase; similarly, the trimer band

also contains BiP ATPase. The tetramer band is exclusively made up of Ire1 luminal domain protein, and

Figure 6. BiP deletion mutants, lacking the substrate binding domain, attenuate UPR signaling. (A) Ire1 was co

expressed with either full-length BiP (HA–BiPFL) or BiP ATPase domain, lacking the substrate binding domain

(HA–BiPATPase), and challenged with tunicamycin (5 μM) over 0 hr and 4 hr time points in Ire1−/− cells. S724

phosphorylated Ire1 was measured as an indicator of UPR signaling (Ali et al., 2011) using pIre1s724 antibody (ICR).

Cells expressing full-length BiP and Ire1 were fully able to respond to induced ER stress, whilst expression with BiP

ATPase domain attenuated UPR signaling. EV = empty vector. (B) Similar to (A), but expressing Perk full-length in

Perk−/− cells and using pPerk antibody (Santa Cruz).

DOI: 10.7554/eLife.03522.010
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consequently does not show up when immunoblotting (Figure 7B). The data suggest that Ire1 luminal

domain dimer and tetramer formation is being impeded by BiP, which binds in a 1:1 hetero dimer and

2:1 hetero trimer interaction, with Ire1. The caveat here is that since full-length BiP may also form

dimers, we cannot rule out a 2:2 association between BiP and Ire1. Nonetheless, the data do

suggest that BiP may act to impede Ire1 luminal domain dimer and tetramer formation.

Discussion
In this study, we identify a noncanonical interaction between BiP ATPase and luminal domains of Ire1

and Perk that is independent of nucleotide binding, and hence BiP’s chaperone function.

Furthermore, we discover that this noncanonical interaction is dissociated by canonical substrate

binding to BiP via the substrate binding domain. Thereby, suggesting an allosteric mechanism for

UPR induction (Figure 8).

There have been several models proposed that describe how misfolded proteins are detected and

how this leads to UPR signal activation. An early BiP dependent model describes the central role of

BiP in this process (Bertolotti et al., 2000; Liu et al., 2000; Okamura et al., 2000; Ma et al., 2002).

In this model, the interaction between luminal domains and BiP represses UPR signaling.

Upon ER stress, BiP releases from the sensors, Ire1 and Perk, leading to activation. Experimental

evidence for this comes from a series of studies that show an interaction between BiP and Ire1 in

unstressed cells that dissociate in response to ER stress (Bertolotti et al., 2000; Liu et al., 2000;

Okamura et al., 2000; Ma et al., 2002; Oikawa et al., 2009). However, there have been a number of

issues with this model. It was originally thought that this interaction was regulated by nucleotide

binding (Bertolotti et al., 2000); thereby, suggesting a chaperone substrate type interaction—a

non-productive association for UPR signaling—thus complicating analysis. But perhaps more

significantly, the model failed to delineate a precise mechanism of BiP release upon accumulation

of misfolded proteins, leading to the idea that BiP is competitively titred from luminal domains

(Ron and Walter, 2007): a notion that has some weakness, not least because UPR is sensitive in

response to ER stress.

Figure 7. BiP impedes Ire1 LD dimer and tetramer formation. (A) Ire1 luminal domain (LD; regions II–IV) and His6-

tagged BiP ATPase domain proteins, both individually and in 1:1 molar ratio mixture, were visualized as control lanes

on a 4–12% Bis-Tris SDS-PAGE gel. The same proteins were then subjected to EGS cross linker for 1 hr, after which

the reaction was quenched and samples were visualized along side control lanes. In the presence of cross linker, Ire1

LD forms dimer and tetramer species; when in a mixture with BiP ATPase, there is a reduction in the corresponding

tetramer band (*). Also, a band appears that is consistent in size with a trimer species. (B) Samples from (A) were

immunoblotted using anti-His6 antibody, which detects His6-tagged BiP ATPase domain protein. Since BiP ATPase

protein is monomeric in the absence or presence of cross linker, BiP ATPase forms hetero dimer and hetero trimer

with Ire1 LD. The binding of BiP to Ire1 reduces the size of the tetramer (*) that is exclusively formed by Ire1 LD,

leading to the conclusion that BiP inhibits Ire1 LD tetramer formation, by preventing formation of the dimer species.

DOI: 10.7554/eLife.03522.011
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The present study clarifies this interaction by indicating that it occurs solely via the ATPase domain

of BiP, and is unaffected by nucleotides, clearly suggesting a UPR significant role. Previous studies

conducted in cells may have been unable to separate this specific ATPase interaction from the

chaperone substrate interaction that may occur due to induction of stress and expression of

recombinant protein; a process that would no doubt require some BiP acting in a chaperone capacity,

and only by analysis in a clean in vitro system that this becomes apparent.

The binding interaction analysis between Ire1 luminal domains (regions I–V) and BiP, to our

knowledge is the first biophysical measurements giving specific affinities for association.

Surprisingly, we see the previously implicated BiP binding region, Ire1 luminal domain region V,

is completely dispensable for association to occur. A key study (Kimata et al., 2004) suggested

that this region, an area proximal to the ER membrane, was important for BiP binding and that

region V deletion mutants were perfectly able to respond to ER stress, leading to the idea that BiP

release was not the principal determinant for Ire1 activity—but acts as a first step, followed by

unfolded protein binding to luminal domains in a two step mechanism (Kimata et al., 2004, 2007).

Structural descriptions of yeast Ire1 luminal domain supported this view (Credle et al., 2005). The

formation of a groove upon dimerization that resembles an MHC type fold suggested that unfolded

proteins bound to luminal domains directly, bypassing BiP for UPR activation. This model has

recently gained prominence (Gardner and Walter, 2011; Promlek et al., 2011); a study showed

direct binding of unfolded peptide mimics to yeast Ire1 luminal domain in vitro (Gardner and

Walter, 2011). The binding of these peptides was observed to cause oligomerisation of luminal

domains, with the implication that this leads to UPR activation. In our study, we initially used such

peptides to mimic ER stress, observing binding directly to luminal domains, but curiously not to BiP.

Moreover, the peptide mimic in our system had no impact upon the noncanonical interaction

between BiP ATPase and luminal domains. We noted that certain peptide mimics required

addition of a number of charged residues to make it soluble and were derived from non-ER

signal peptides. Our attention turned to using CH1 substrate, a previously characterized

authentic ER unfolded protein (Feige et al., 2009; Marcinowski et al., 2011). Using this

substrate, we measure robust binding to both full-length BiP and to the substrate binding

domain, but not to the ATPase domain of BiP. Furthermore, we do not observe an interaction

Figure 8. Allosteric model of UPR induction. In the absence of misfolded protein, BiP interacts with UPR luminal

domains, which acts to repress the UPR signal. Upon ER stress, unfolded protein binds to the canonical BiP substrate

binding domain, which in turn causes the noncanonical BiP ATPase-luminal domain interaction to dissociate,

ultimately leading to UPR signal activation/propagation.

DOI: 10.7554/eLife.03522.012
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between CH1 and luminal domains in vitro. Therefore, the suggestion is that unfolded proteins

bind exclusively to BiP’s substrate binding domain, a notion that is well accepted for Hsp70

chaperones and for ER isoform BiP (Marcinowski et al., 2011, 2013). Indeed the recent crystal

structure of isolated Hsp70 substrate binding domain with unfolded peptide mimics (Zhang

et al., 2014) indicates that the substrate binding domain alone is also capable to bind unfolded

peptide substrates.

Interestingly, a study attempted to reconcile the involvement of BiP in UPR activation with

direct binding of unfolded protein to luminal domains (Pincus et al., 2010). In this model BiP

sequesters inactive Ire1. Upon high levels of ER stress, unfolded proteins bind to Ire1 causing the

formation of a higher order active complex, which then recruits inactive monomers from BiP in

a competitive fashion. Experimental evidence for this comes from differences in activation

between wild-type Ire1 and mutant version of Ire1 (Ire1 ΔV a.k.a Ire1bipless) that is unable to bind

BiP. The mutant Ire1 was unable to offer any buffering capacity since it was thought to be lacking

the BiP binding region, and hence sensitized Ire1 to low unfolded protein load (Pincus et al.,

2010). The idea that Ire1, BiP, and unfolded proteins exist in some dynamic equilibrium is certainty

plausible—however, our data suggest that region V is dispensable for BiP binding to occur.

Surprisingly, we do not observe CH1 unfolded protein directly interacting with luminal domains in

any of our assays, thus providing evidence against direct association of unfolded protein—a role

that is usually reserved for molecular chaperones. Interestingly, one noticeable feature of least

some of the previous UPR models mentioned is that they involve a level of competition between

components (Ron and Walter, 2007; Pincus et al., 2010); our present model suggests an

allosteric mechanism at the heart of UPR induction.

In summary, we identify a noncanonical interaction between BiP ATPase and luminal domains of

Ire1 and Perk that dissociates when unfolded protein binds to the canonical substrate binding domain

of BiP. Thus, implicating BiP as a central player in detecting ER stress and suggesting a novel allosteric

mechanism for UPR induction.

Materials and methods

Expression and purification
All human BiP, Ire1 and Perk proteins used in this study were expressed in Escherichia coli BL21

(DE3) cells (Invitrogen, UK) as fusion proteins with an N-terminal His6-tag followed by

a PreScission Protease cleavage site. The constructs used are summarized in Table 1. All

proteins were purified by Co2+-NTA affinity using HiTrap TALON crude columns (Clontech, CA)

in buffer A (50 mM HEPES (pH 7.5), 200 mM NaCl and 10% glycerol) and eluted in the presence

of 250 mM imidazole. Initial lysis and Co2+-NTA affinity purifications steps of BiP were

supplemented with 5 mM ATP and 10 m MgCl2. Unless otherwise specified, the His6-tag was

removed by overnight incubation with PreScission Protease followed by an additional Co2+-NTA

affinity step to remove any uncleaved protein. Proteins were further purified by anion-exchange

using a HiTrap Q HP column (GE Healthcare, UK) and size-exclusion chromatography on

a HiLoad 16/60 Superdex 200 column in buffer B (50 mM HEPES [pH 7.5], 75 mM NaCl, 10%

glycerol, and 1 mM TCEP). CH1 protein was expressed as previously described (Marcinowski

et al., 2011). Soluble ΔEspP (MKKHKRILALCFLGLLQSSYSAAKKKK) was purchased from

AltaBiosciences (Gardner and Walter, 2011).

Pull down assay
All pull down experiments were carried out in 5 ml gravity flow columns. 50 μl of TALON resin pre-

equilibrated with buffer B was incubated with 50 μl of purified BiPhis protein at 25 μM for 1 hr at RT.

The resin was washed with 1 ml of buffer B to remove any unbound BiPhis. BiPhis was replaced by

buffer B in control experiments. Then, 200 μl of purified untagged Ire1 and perk LD or CH1

proteins at 500 μM were added and incubated for 1 hr at RT. The resin was extensively washed

with a total of 5 ml of buffer B in 500 μl volumes. For competition pull-downs, 200 μl of Ire1 LD,

Perk LD, CH1 or ΔEspP at 500 μM in buffer B were then added, incubated for a further 1 hr at RT

and washed as previously with buffer B. Buffer B was supplemented with 10 mM ATP, ADP or

AMPPNP plus 10 mM MgCl2, and 30 mM KCl where specified. Finally, the resin was resuspended
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with 50 μl of buffer, spun at 10000×g for 5′ and the resulting supernatant was analyzed on a 4–12%

gradient SDS-PAGE gel.

Microscale thermophoresis (MST)
MST experiments were carried out using a Monolith NT.115 instrument (NanoTemper Technologies,

Germany). Buffer B was used for all experiments and where specified additional 10 mM ATP, ADP or

AMPPNP; and 10 mM MgCl2, 30 mM KCl were included. Proteins were labeled using the Monolith NT

Protein labeling Kit Red-NHS at 50 nM concentration and mixed with equal volumes of sixteen

twofold serial dilutions of the unlabeled binding partner. Experiments were carried out in standard

treated capillaries with 100% LED power and 80% IR-laser at 25˚C. NanoTemper Analysis 1.2.101

software was used to fit the data with a nonlinear solution of the law of mass action and Kd values were

determined. Each measurement was repeated in three independent experiments and Kd values were

averaged. Standard error (SE) values are shown.

Cross linking
The homobifunctional protein cross linker ethylene glycolbis(succinimidylsuccinate) (EGS) (Thermo

Scientific Pierce, MA) was solubilised in DMSO at a final concentration of 20 mM. BiP, Ire1 and BiP-Ire1

complex were diluted to a final concentration of 50 μMwith the reaction buffer (50 mM Hepes pH 8.0,

50 mM NaCl, 5% glycerol and 5 mM DTT). Proteins were incubated with 50-fold molar excess of

EGS for 1 hr. The reaction was then quenched for 15 min adding Tris buffer at a final concentration of

50 mM. Samples were first diluted to a final concentration of 10 μM with reaction buffer and then to

5 μM with Laemmli buffer (Sigma). Samples were boiled for 10 min and loaded in NuPAGE 4–12%

Bis-Tris pre-cast polyacrylamide gel.

For the western blot, gel was transferred to nitrocellulose membrane (Invitrogen’s iBlot) and

blocked overnight at 4˚C in PBST (PBS in presence of 0.1% Tween 20) + 5% non fat dry milk. Primary

anti-His antibody was added to PBST + 2% non fat dry milk in concentration of 1:10000 (Sigma) for

1 hr at room temperature. The membrane was then washed three times in PBST buffer and incubated

with anti mouse-HRP antibody. Secondary antibody was diluted (1:10000) in PBST + 2% non fat dry milk

and was incubated for 1 hr at room temperature. Followed by another three washes, blots were

visualized by Millipore Luminata Crescendo Western HRP substrate and developed on Amersham

Hyperfilm ECL.

Cell culture—Co-immunoprecipitation
Human Embryonic Kidney cell (HEK293T) was cultured in Dulbecco’s Modified Eagle Medium

supplemented with 10% Fetal Bovine Serum, 2 mM L-Glutamine, 50 U Penicillin/50 μg
Streptomycin/ml, 50 μM 2-Mercaptoethanol, and non-essential amino acid ×1. A day before

transfection 1,000,000 cells/well (5 ml) were plated on 60 mm tissue culture plates. DNA

containing either pcDNA3.1 (empty vector control) or Ire1ΔV, HA-BiP, up to a concentration of

6 μg total, were mixed with Fugene 6 reagent (Promega, WI) in ratio 1:3, and then used to

transfect cells. After 48 hr, cells were lysed by 450 μl non-denaturing lysis buffer (+HALT
Proteases Inhibitors Coctail, Pierce), scraped and centrifuged. Supernatant was co-

immunoprecipitated by anti-HA agarose, mixed with Laemmli buffer, boiled and run on Tris-

Glycine 4–12% gel.

Immunoblotting—Gels were transferred to nitrocellulose membrane and blocked in TBST

buffer plus 5% Marvel Dried Milk 1 hr in RT. Next, anti-Ire1 (Abcam, UK) and anti-HA were added

to blocking buffer (TBST + 1% milk powder) and incubated 1 hr in RT. After that membranes

were washed three times in TBST buffer and incubated with secondary antibody in TBST + 2%

milk: anti-rabbit (Cell Signaling) for Ire1 and anti mouse for anti-HA, respectively. After 1 hr

incubation in RT and another three washes, blots were visualized by Millipore Luminata

Crescendo Western HRP substrate and developed on Amersham Hyperfilm ECL.

Cell culture—Co expression
Ire1−/− and Perk−/− MEF cells (gift from Prof David Ron) were cultured in Dulbecco’s Modified Eagle

Medium supplemented with 10% Fetal Bovine Serum, 2 mM L-Glutamine, 50 U Penicillin/50 μg
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Streptomycin/ml, 50 μM 2-Mercaptoethanol, and Non-Essential Amino Acid ×1. A day before

transfection, 500000 cells/well (2 ml) were plated on 6-well plate. DNA containing either pcDNA3.1

(empty vector control) or Ire1, Perk, HA-BiP, HA-BiP ATPase domain, up to a concentration of 3 μg
total, were mixed with Fugene HD reagent (Promega) in ratio 1:6, and then used to transfect cells.

After 24 hr for Ire1−/−, and 48 hr for Perk−/−, cells were induced by 5 μM tunicamycin dissolved

in DMSO (0.5% vol/vol) and harvested after 0 hr and 4 hr. Next, cells were lysed by 250 μl
non-denaturing lysis buffer (+HALT Proteases Inhibitors Cocktail, Pierce), scraped and

centrifuged. Supernatants were then mixed with 2× Laemmli sample buffer, boiled and run on

Tris-Glycine 4–12% gel. For Perk general antibody analysis, cells were immunoprecipitated by

Dynabeads Protein G (Life Technologies).

Immunoblotting—gels were transferred to nitrocellulose membrane and blocked in TBST

buffer plus 5% Marvel Dried Milk 1 hr in RT. Next, anti-pPerk (Santa Cruz, CA), anti-Perk (Cell

Signaling), anti Ire1(abcam), anti p-Ire1s724 (Prof Ian Collins, ICR), and anti-HA antibody (Life

Technologies) were added to blocking buffer (TBST + 1% milk powder) and incubated 1 hr in RT.

After that membranes were washed three times in TBST buffer and incubated with secondary

antibody in TBST + 2% milk: anti-rabbit (Cell Signaling) for anti-pPERK and PERK, and anti mouse

(GE) for anti-HA. After 1 hr incubation in RT and another three washes, blots were visualized by

Millipore Luminata Crescendo Western HRP substrate and developed on Amersham Hyper-

film ECL.

Isothermal Titration Calorimetry (ITC)
Complex formation between ΔEspP and BiP, Ire1 or Perk was measured by ITC using a MicroCal

VP-ITC system. ΔEspP interaction with Ire1 or Perk was carried out in buffer B; ΔEspP and BiP

interaction was carried out in buffer B plus 10 mM ADP, 10 mM MgCl2, and 30 mM KCl. All

experiments were performed at 25˚C. The sample cell contained BiP, Ire1 or Perk at

approximately 40 μM concentrations and the syringe contained ΔEspP at approximately 450

μM concentrations. Heat of dilution, as determined by titrating ΔEspP into the buffer alone, was

subtracted from the raw titration data before analysis. Data were fit by least-squares procedure

assuming a one-site binding model using Microcal Origin (version 7.0). Kd values were averaged

over three measurements, standard error values are indicated.

Size-Exclusion Chromatography Multi-Angle Light Scattering
(SEC MALS)
To measure the absolute MW of protein species, SEC MALS was carried out using an Agilent

1260 system equipped with a miniDAWN TREOS (Wyatt Technologies) Light Scattering detector

and an Optilab T-rEX (Wyatt Technologies) Refractive Index detector. Briefly, 100 μl Ire1 or Perk

at 100 μM was mixed with excess ΔEspP (100 μl at 500 μM) for 15′ at RT. In control experiments,

100 μl of buffer B was added instead. Samples were run on a Superdex 200 PC 3.2/30 column (GE

Healthcare) pre-equilibrated with buffer B. Data were analyzed with the ASTRA software (Wyatt

Technologies, CA).
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Marcinowski M, Höller M, Feige MJ, Baerend D, Lamb DC, Buchner J. 2011. Substrate discrimination of the
chaperone BiP by autonomous and cochaperone-regulated conformational transitions. Nature Structural &
Molecular Biology 18:150–158. doi: 10.1038/nsmb.1970.

Marcinowski M, Rosam M, Seitz C, Elferich J, Behnke J, Bello C, Feige MJ, Becker CF, Antes I, Buchner J. 2013.
Conformational selection in substrate recognition by Hsp70 chaperones. Journal of Molecular Biology 425:
466–474. doi: 10.1016/j.jmb.2012.11.030.

Mayer M, Reinstein J, Buchner J. 2003. Modulation of the ATPase cycle of BiP by peptides and proteins. Journal of
Molecular Biology 330:137–144. doi: 10.1016/S0022-2836(03)00556-4.

Oikawa D, Kimata Y, Kohno K, Iwawaki T. 2009. Activation of mammalian IRE1alpha upon ER stress depends on
dissociation of BiP rather than on direct interaction with unfolded proteins. Experimental Cell Research 315:
2496–2504. doi: 10.1016/j.yexcr.2009.06.009.

Okamura K, Kimata Y, Higashio H, Tsuru A, Kohno K. 2000. Dissociation of Kar2p/BiP from an ER sensory molecule,
Ire1p, triggers the unfolded protein response in yeast. Biochemical and Biophysical Research Communications
279:445–450. doi: 10.1006/bbrc.2000.3987.

Pincus D, Chevalier MW, Aragón T, van Anken E, Vidal SE, El-Samad H, Walter P. 2010. BiP binding to the
ER-stress sensor Ire1 Tunes the homeostatic Behavior of the unfolded protein response. PLOS Biology 8:
e1000415. doi: 10.1371/journal.pbio.1000415.t002.

Promlek T, Ishiwata-Kimata Y, Shido M, Sakuramoto M, Kohno K, Kimata Y. 2011. Membrane aberrancy and
unfolded proteins activate the endoplasmic reticulum stress sensor Ire1 in different ways. Molecular Biology of
the Cell 22:3520–3532. doi: 10.1091/mbc.E11-04-0295.

Ron D, Walter P. 2007. Signal integration in the endoplasmic reticulum unfolded protein response. Nature Reviews
Molecular Cell Biology 8:519–529. doi: 10.1038/nrm2199.

Carrara et al. eLife 2015;4:e03522. DOI: 10.7554/eLife.03522 15 of 16

Research article Biochemistry | Biophysics and structural biology

http://dx.doi.org/10.1038/emboj.2011.18
http://dx.doi.org/10.1038/35014014
http://dx.doi.org/10.3390/ijms14036454
http://dx.doi.org/10.1073/pnas.0509487102
http://dx.doi.org/10.1016/j.molcel.2009.04.028
http://dx.doi.org/10.1016/j.molcel.2009.04.028
http://dx.doi.org/10.1126/science.1209126
http://dx.doi.org/10.1152/physrev.00001.2011
http://dx.doi.org/10.1083/jcb.200405153
http://dx.doi.org/10.1083/jcb.200405153
http://dx.doi.org/10.1083/jcb.200704166
http://dx.doi.org/10.1074/jbc.M004454200
http://dx.doi.org/10.1074/jbc.M200903200
http://dx.doi.org/10.1016/j.semcdb.2007.09.003
http://dx.doi.org/10.1038/nsmb.1970
http://dx.doi.org/10.1016/j.jmb.2012.11.030
http://dx.doi.org/10.1016/S0022-2836(03)00556-4
http://dx.doi.org/10.1016/j.yexcr.2009.06.009
http://dx.doi.org/10.1006/bbrc.2000.3987
http://dx.doi.org/10.1371/journal.pbio.1000415.t002
http://dx.doi.org/10.1091/mbc.E11-04-0295
http://dx.doi.org/10.1038/nrm2199
http://dx.doi.org/10.7554/eLife.03522


Walter P, Ron D. 2011. The unfolded protein response: from stress pathway to homeostatic regulation. Science
334:1081–1086. doi: 10.1126/science.1209038.

Wang S, Kaufman RJ. 2012. The impact of the unfolded protein response on human disease. The Journal of Cell
Biology 197:857–867. doi: 10.1083/jcb.201110131.

Zhang P, Leu JI, Murphy ME, George DL, Marmorstein R. 2014. Crystal structure of the stress-inducible human
heat shock protein 70 substrate-binding domain in complex with peptide substrate. PLOS ONE 9:e103518.
doi: 10.1371/journal.pone.0103518.

Zhou J, Liu CY, Back SH, Clark RL, Peisach D, Xu Z, Kaufman RJ. 2006. The crystal structure of human IRE1 luminal
domain reveals a conserved dimerization interface required for activation of the unfolded protein response.
Proceedings of the National Academy of Sciences of USA 103:14343–14348. doi: 10.1073/pnas.0606480103.

Carrara et al. eLife 2015;4:e03522. DOI: 10.7554/eLife.03522 16 of 16

Research article Biochemistry | Biophysics and structural biology

http://dx.doi.org/10.1126/science.1209038
http://dx.doi.org/10.1083/jcb.201110131
http://dx.doi.org/10.1371/journal.pone.0103518
http://dx.doi.org/10.1073/pnas.0606480103
http://dx.doi.org/10.7554/eLife.03522


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (Coated FOGRA27 \050ISO 12647-2:2004\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.7
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 300
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (Coated FOGRA27 \050ISO 12647-2:2004\051)
  /PDFXOutputConditionIdentifier (FOGRA27)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /ENU ([Based on 'eLife'] Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName (Coated FOGRA27 \(ISO 12647-2:2004\))
      /DestinationProfileSelector /WorkingCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /UseName
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


