
Jo
ur

na
l o

f C
el

l S
ci

en
ce

RESEARCH ARTICLE

SGTA regulates the cytosolic quality control of hydrophobic
substrates

Lydia Wunderley, Pawel Leznicki*, Aishwarya Payapilly and Stephen High`

ABSTRACT

Hydrophobic amino acids are normally shielded from the cytosol and

their exposure is often used as an indicator of protein misfolding to

enable the chaperone-mediated recognition and quality control of

aberrant polypeptides. Mislocalised membrane proteins (MLPs)

represent a particular challenge to cellular quality control, and, in

this study, membrane protein fragments have been exploited to study

a specialised pathway that underlies the efficient detection and

proteasomal degradation of MLPs. Our data show that the BAG6

complex and SGTA compete for cytosolic MLPs by recognition of

their exposed hydrophobicity, and the data suggest that SGTA acts to

maintain these substrates in a non-ubiquitylated state. Hence, SGTA

might counter the actions of BAG6 to delay the ubiquitylation of

specific precursors and thereby increase their opportunity for

successful post-translational delivery to the endoplasmic reticulum.

However, when SGTA is overexpressed, the normally efficient

removal of aberrant MLPs is delayed, increasing their steady-state

level and promoting aggregation. Our data suggest that SGTA

regulates the cellular fate of a range of hydrophobic polypeptides

should they become exposed to the cytosol.

KEY WORDS: Aggresomes, BAG6, Mislocalised membrane

proteins, Polyubiquitylation, Protein degradation, Small glutamine-

rich tetratricopeptide repeat-containing protein alpha

INTRODUCTION
Hydrophobic amino acids are typically buried within the tertiary
structure of a protein, and their inappropriate exposure can be

exploited by cellular quality control components as an indicator

of misfolding (Buchberger et al., 2010). The contiguous stretches
of hydrophobic amino acids that characterise integral membrane

proteins provide a particularly extreme and aggregation-prone
indicator of misfolding when such polypeptides mislocalise to the

cytosol (Ast and Schuldiner, 2011; Leznicki et al., 2013; Rodrigo-
Brenni and Hegde, 2012). For membrane proteins entering the

eukaryotic secretory pathway, their signal recognition particle

(SRP)-dependent delivery to the endoplasmic reticulum (ER) and
subsequent co-translational integration by the Sec61 translocon

effectively reduces the opportunity for any cytosolic exposure of
their transmembrane domains. Hence, the first transmembrane
domain to emerge from the ribosomes acts as an ER-targeting

signal that is bound to and shielded by the SRP54 subunit (Cross
et al., 2009), whereas any subsequent hydrophobic regions will be
protected from the cytosol by a combination of the ribosome and
ER translocon (Hou et al., 2012).

In practice, the efficiency of SRP-dependent targeting is
influenced by various factors, including the hydrophobicity and

location of the ER-targeting signal (Goder et al., 2000), and the
process is also subject to regulation (Swanton and High, 2006).
Furthermore, a number of membrane and secretory proteins are

delivered to the ER by post-translational SRP-independent
pathways that might also result in the mislocalisation of some
precursors to the cytosol (Ast et al., 2013; Johnson et al., 2013;

Rodrigo-Brenni and Hegde, 2012). Whatever their precise origin,
it is clear that higher eukaryotes have a distinct quality control
pathway that deals with mislocalised membrane and secretory
proteins (MLPs) (Hessa et al., 2011; Kawahara et al., 2013;

Leznicki and High, 2012; Rodrigo-Brenni and Hegde, 2012).
Notably, key components that mediate MLP quality control also
contribute to the ER-associated degradation (ERAD) of misfolded

membrane proteins and the biogenesis of selected precursors
destined for the ER (Johnson et al., 2013; Leznicki et al., 2010;
Mariappan et al., 2010; Rodrigo-Brenni and Hegde, 2012).

The BAG6 complex and the small glutamine-rich
tetratricopeptide repeat-containing protein a (SGTA) play a

central role in dictating the fate of MLPs (Hessa et al., 2011;
Leznicki and High, 2012) and promote the insertion of tail-
anchored proteins into the ER membrane (Kawahara et al., 2013;
Leznicki et al., 2010; Leznicki et al., 2013; Leznicki et al., 2011;

Mariappan et al., 2010). In the latter case, BAG6 and SGTA act
upstream of an ATP-dependent targeting factor, TRC40 (also
known as ASNA1) (Chartron et al., 2012; Leznicki et al., 2010;

Mariappan et al., 2010), which delivers precursors to the ER for
post-translational membrane insertion and translocation (Favaloro
et al., 2008; Johnson et al., 2012; Stefanovic and Hegde, 2007).

During the cytosolic quality control of aberrant precursors,
BAG6 and SGTA appear to act in tandem to control the
polyubiquitylation status, and hence proteasomal degradation, of

MLPs. Previous studies have suggested that BAG6 acts to
promote the polyubiquitylation of hydrophobic substrates,
including MLPs (Hessa et al., 2011; Minami et al., 2010),
whereas SGTA antagonises this process by enabling substrate

deubiquitylation (Leznicki and High, 2012). This functional
overlap between SGTA and the BAG6 complex is mirrored by
a specific physical interaction between an SGTA dimer and

ubiquitin-like domains present on subunits of the BAG6 complex
(Chartron et al., 2012; Leznicki et al., 2013; Simon et al., 2013;
Xu et al., 2012). Furthermore, both components are also

implicated in the ERAD of aberrant membrane proteins
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synthesised at the ER (Claessen and Ploegh, 2011; Wang et al.,
2011; Xu et al., 2012; Xu et al., 2013). Hence, SGTA and the

BAG6 complex appear to deal with a range of substrates
that feature cytosolically exposed regions of hydrophobicity,
including transmembrane regions that are not membrane
embedded (Kawahara et al., 2013; Leznicki et al., 2013).

In this study, we have focused on the role of SGTA during the
specific recognition and degradation of aberrant membrane
protein precursors that expose a hydrophobic degron to the

cytosol. To this end, we have used short N-terminal fragments of
polytopic membrane proteins to create model MLPs, and we
studied their fate following perturbations of SGTA and BAG6 in

mammalian cells. One of these MLPs, a fragment of TASK1 (also
known as KCNK3) with an opsin N-glycosylation tag (OPG–
TASK85), is almost exclusively mislocalised to the cytosol and

interacts with both BAG6 and SGTA through its hydrophobic
transmembrane domain. Consistent with their suggested opposing
actions, the steady-state level of OPG–TASK85 is specifically
increased upon BAG6 knockdown but reduced upon SGTA

knockdown. The overexpression of exogenous SGTA selectively
stabilises MLP and ERAD substrates by delaying their normal
proteasomal degradation. This non-physiological stabilisation of

MLPs requires SGTA to maintain an intact BAG6-binding
site, and our data suggest that SGTA can promote MLP
deubiquitylation. In a physiological context, such substrate

deubiquitylation most likely provides a potential rescue
pathway that is employed by specific precursors such as tail-
anchored membrane proteins. We conclude that the combined

actions of SGTA and the BAG6 complex normally act to
ensure the efficient removal of MLPs, thereby preventing
their accumulation and potential aggregation and minimising
potentially harmful perturbations of normal cellular proteostasis

(Buchberger et al., 2010; Chakrabarti and Hegde, 2009; Hartl
et al., 2011; Park et al., 2013), whilst at the same time promoting
the correct maturation of selected hydrophobic precursor proteins

destined for the ER.

RESULTS
Previous studies have suggested that SGTA regulates the fate of
aberrant membrane proteins that are localised in the cytosol as a
consequence of both inefficient delivery to (Leznicki and High,
2012), and retrotranslocation from (Xu et al., 2012), the ER.

Naturally occurring nonsense mutations sometimes generate very
short hydrophobic fragments derived from complex membrane
proteins including opsin (Jacobson et al., 1994), and we

speculated that such polypeptides might be especially prone to
cytosolic mislocalisation (see also Heymann and Subramaniam,
1997), thereby providing potential model substrates for studying

the role of SGTA during the cytosolic quality control of MLPs.

Exogenous SGTA increases the steady-state level of
cytosolic MLPs
During a study of TASK-1 biogenesis, we found that a short N-
terminal fragment, incorporating only the first of its four
transmembrane spans, was efficiently inserted into ER-derived

microsomes when synthesised using a cell-free system (Watson
et al., 2013). By contrast, when the same TASK-1-derived
fragment (hereafter referred to as OPG–TASK85, Fig. 1A) was

expressed in HeLa cells we found no evidence for its membrane
insertion. Hence, OPG–TASK85 is not detectably N-glycosylated
at either N- or C-terminal reporters (Fig. 1B, cf. lanes 2 and 3).

By contrast, increasing the chain length of the truncated TASK-1

derivative by only 15 residues, to create OPG–TASK100, resulted
in clearly detectable levels of N-glycosylation (Fig. 1A, OPG–

TASK100; Fig. 1B, cf. lanes 2–5). Subcellular fractionation
(Fig. 1C, cf. lanes 5, 6, 8 and 9) and immunofluorescence
microscopy (Fig. 1D) confirmed that most, if not all, of
the shorter OPG–TASK85 chains were cytosolic, whereas a

substantial proportion of the slightly longer OPG–TASK100

chains were associated with the ER membrane. The
mislocalisation of OPG–TASK85 to the cytosol is most likely a

consequence of a decreased window of opportunity for SRP
to bind to the first transmembrane domain (TM1), the only
ER-targeting signal present in the truncated TASK-1-derived

fragment, before translation termination occurs in vivo (Goder
et al., 2000), thereby precluding its efficient co-translational
delivery to the ER (Cross et al., 2009). In this scenario, extending

the C-terminus of the TASK-1-derived fragment by as little as
fifteen residues would increase the likelihood of successful SRP-
dependent co-translational targeting to the ER.

The recognition of MLPs by key components implicated in

their cytosolic quality control, namely the BAG6 complex
and SGTA, appears to rely on exposed hydrophobic residues,
including non-membrane-inserted transmembrane domains

(Hessa et al., 2011; Leznicki and High, 2012). We therefore
used OPG–TASK85 as a candidate MLP (Fig. 1) in order to test
the role of cytosolically exposed hydrophobicity in directing

proteins towards a specific pathway for degradation (cf. Leznicki
and High, 2012). To this end, we generated OPG–TASK85 R4, an
alternative version of OPG–TASK85 where the transmembrane

region is strongly perturbed by the introduction of two pairs of
arginine residues (supplementary material Fig. S1A,B; cf. Hessa
et al., 2011). Overexpression has been used to study the role of
several components implicated in protein quality control and

degradation (cf. Christianson et al., 2012; Fleig et al., 2012;
Guerriero and Brodsky, 2012; Liu et al., 2014), and we found that
the coexpression of exogenous SGTA increased the steady-state

level of OPG–TASK85 substantially (Fig. 2A, cf. lanes 2 and 3),
consistent with our previous study (Leznicki and High, 2012).
Furthermore, the steady-state level of OPG–TASK85 correlated

with the amount of exogenous SGTA that was expressed,
suggesting that it is the total amount of cellular SGTA that
influences the level of OPG–TASK85 (Fig. 2B). By contrast,
SGTA expression had little if any effect on OPG–TASK85 R4

(Fig. 2A, cf. lanes 6 and 7), although steady-state levels of both
forms of OPG–TASK85 were increased upon treatment with the
proteasome inhibitor bortezomib (Fig. 2A, cf. lanes 2, 4, 6 and 8).

We conclude that although both TASK-1-derived fragments are
substrates for proteasomal degradation, only the removal of the
OPG–TASK85 substrate with an intact transmembrane region that

acts as a ‘hydrophobic degron’ (cf. Minami et al., 2010) is
affected by the perturbation of cellular SGTA levels.

In vitro analysis suggested that a short N-terminal segment of

opsin might also be a substrate for SGTA-mediated quality
control (Leznicki and High, 2012), and when this OP91 fragment
(Fig. 2C) was transiently expressed in HeLa cells alone,
the resulting products were only faintly visible by western

blotting (Fig. 2D, lane 1). Treatment with bortezomib resulted in
a substantial increase in OP91 levels, whereas inhibitors of
lysosomal degradation had no effect, suggesting that OP91 is

subject to proteasomal degradation (supplementary material
Fig. S1C). Most strikingly, we also observed a large increase in
the level of OP91 upon SGTA coexpression (approximately

sevenfold enhancement; Fig. 2D; supplementary material
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Fig. S1D). It should be noted that both bortezomib treatment and
SGTA coexpression selectively enhanced the levels of a discrete
non-N-glycosylated OP91 species (OP91 0-CH0), consistent

with the proposal that opsin-derived polypeptides located in
the cytosol are selectively stabilised in both cases (Fig. 2D;
supplementary material Fig. S1C,D). However, unlike bortezomib,
the effects of SGTA coexpression were substrate specific, and the

proteasomal degradation of an N-end rule substrate, Ub-R–GFP
was unaffected (supplementary material Fig. S1E). Taken

together, these data indicate that a substantial proportion of
OP91 acts as an MLP that fails to reach the ER and defaults to the
cytosol, where it acts as a substrate for BAG6- and SGTA-
mediated quality control (cf. Hessa et al., 2011; Leznicki and

High, 2012).
In order to further test the role of cellular SGTA in the quality

control of MLPs, we reduced the level of the endogenous protein

using an siRNA approach and studied the effect on steady-state
OPG–TASK85. The loss of cellular SGTA resulted in a reduction
in the amount of OPG–TASK85 (Fig. 2E, cf. lanes 1 and 2;

supplementary material Fig. S1F), the opposite to the effect of
SGTA overexpression (Fig. 2B). Likewise, a knockdown of
SGTA also resulted in a loss of steady-state OP91, our second

model MLP (supplementary material Fig. S1G), but had no effect
on either OPG–TASK85 R4 (Fig. 2E, cf. lanes 3 and 4) or Ub-R–
GFP (supplementary material Fig. S1H). Taken together, these
data suggest that the absolute amount of cellular SGTA has a

direct influence on the proteasomal degradation of MLPs. In
contrast to OPG–TASK85, we found that a small fraction of
OP91 is N-glycosylated (Fig. 2D; supplementary material Fig.

S1C,D), indicative of some membrane integration, and this
population showed a modest increase upon coexpression with
SGTA (supplementary material Fig. S1D, see OP91 1-CHO and

2-CHO levels). We conclude that some fraction of newly
synthesised OP91 is most likely a potential substrate for
ERAD, a process in which both BAG6 and SGTA also

participate (Liu et al., 2014; Wang et al., 2011; Xu et al.,
2012), and we therefore employed OPG–TASK85 as our principal
model MLP for further study.

SGTA and BAG6 cooperate to regulate MLP degradation
Our previous work suggested that SGTA influences the
degradation of MLPs by antagonising the actions of the BAG6

complex (Leznicki and High, 2012), and we therefore next asked
whether OPG–TASK85 is a substrate for BAG6-mediated quality
control. An siRNA-mediated knockdown of BAG6 strongly

enhances the steady-state level of OPG–TASK85 (Fig. 3A, cf.
lanes 4 and 5) but, as with SGTA coexpression, there is little
effect upon the R4 variant that lacks a functional hydrophobic
degron (Fig. 3A, cf. lanes 6 and 7). The actions of the BAG6

complex rely on its ability to promote the polyubiquitylation of its
substrates (Hessa et al., 2011; Minami et al., 2010); hence,
replacing the lysine residues present in OPG–TASK85 both

enhances steady-state levels of the resulting OPG–TASK85 DK in
comparison to the parental OPG2TASK85 and negates the effect
of a BAG6 knockdown (Fig. 3A, cf. lanes 4, 5, 8 and 9). We

conclude that OPG2TASK85 is normally degraded through a
pathway that requires the recognition of a contiguous stretch of
hydrophobicity, is facilitated by the BAG6 complex and involves

the ubiquitylation of its lysine side chains. A direct role for the
BAG6 subunit of the BAG6 complex in triaging OPG–TASK85

was underlined by a physical interaction between these two
components that was not observed with OPG–TASK85 R4

(see Fig. 3B,C, cf. lanes 5 to 8). Furthermore, when the BAG6
subunit is exogenously expressed in HeLaM cells, a substantial
proportion of the protein is found in the nucleus (Manchen

and Hubberstey, 2001), resulting in a parallel redistribution of
OPG–TASK85 from the cytosol to the nucleus of cells that
coexpress both components (Fig. 3Di). Nuclear relocalisation of

OPG–TASK85 is not observed with a BAG6 mutant bearing a

Fig. 1. OPG–TASK85 is a mislocalised protein. (A) Schematics of the
OPG–TASK85 and OPG–TASK100 polypeptides comprising the first 26
residues of bovine opsin followed by amino acids 2–60 or 2–75 of TASK-1.
The opsin-derived N-glycosylation sites (Y) and TM1 of TASK-1 (TM 32–54)
are indicated. (B) HeLaM cells were untransfected (lane 1) or transiently
transfected with either OPG–TASK85 (lanes 2 and 3) or OPG–TASK100

(lanes 4 and 5), and total cell lysates were treated with endoglycosidase H
(EndoH) where indicated (+) before analysis by western blotting using an
anti-opsin monoclonal antibody. Singly (closed circle) and doubly (*)
glycosylated forms of OPG–TASK100 are indicated. (C) Cells were prepared
as for B and a portion was removed as a sample of the input (T), and the rest
of the cells were lysed mechanically before separating the membrane (M)
and cytosolic (C) fractions by ultracentrifugation. Equivalent amounts of the
resulting samples were analysed by western blotting using antibodies
against opsin to reveal the TASK-1-derived products and against p23 and
calnexin as markers for the cytosolic and membrane fractions, respectively.
(D) Cells were co-transfected with OPG–TASK85 and RFP (i), OPG–TASK85

(ii) or OPG–TASK100 (iii) as indicated, fixed and analysed for OPG–TASK
(anti-opsin), RFP (direct visualisation) or calnexin (anti-calnexin) by
fluorescence microscopy. Scale bar: 20 mm.
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non-functional nuclear localisation signal (Fig. 3Dii) or with the

OPG–TASK85 R4 variant (Fig. 3Diii).

SGTA overexpression delays the proteasomal degradation of
BAG6 substrates
To better define the molecular basis for the increased steady-state
levels of MLPs observed in the presence of exogenous SGTA, we
analysed OPG–TASK85 levels over a 2-hour time course by using

a cycloheximide block to inhibit new protein synthesis (Yewdell
et al., 2011). This approach revealed that in control RFP-
expressing cells, ,50% of OPG–TASK85 was degraded in

30 minutes, whereas it took 120 minutes to achieve a similar

reduction in the presence of exogenous SGTA (Fig. 4A;
supplementary material Fig. S2A). By contrast, the degradation
of OPG–TASK85 R4 appeared to be unaffected by SGTA
overexpression (Fig. 4A; supplementary material Fig. S2A). In

addition to its proposed role in MLP quality control (Leznicki and
High, 2012), SGTA is also implicated in ERAD, and the removal
of unassembled TCRa–YFP from the ER membrane is delayed by

an SGTA knockdown (Xu et al., 2012). Like the MLP OP91, the
opsin degron mutant (OpD) is derived from bovine opsin,
although OpD is a mutant version of full-length opsin that is a

well-defined ERAD substrate (Fleig et al., 2012; Ray-Sinha et al.,
2009). We recently showed that OpD degradation is facilitated by
BAG6 (Payapilly and High, 2014) and therefore asked whether
SGTA also plays any role in OpD quality control. To this end, we

investigated the effect of SGTA overexpression on OpD stability,
and found that it also resulted in a significant delay in OpD
degradation (supplementary material Fig. S2B,C). We conclude

that, like BAG6 (Kawahara et al., 2013), SGTA can influence the
fate of a range of hydrophobic substrates, including both
misfolded and mislocalised membrane proteins.

These data provide evidence that cellular SGTA levels might
directly influence MLP degradation, and we explored the
possibility that this reflects a physical interaction. When labile

or transient protein–protein interactions were stabilised,
by treating cells with the cleavable cross-linking reagent
dithiobis(succinimidylpropionate) (DSP), OPG–TASK85 was co-
immunoprecipitated with SGTA from the resulting cell extracts,

strongly suggesting a direct interaction between these two
components (Fig. 4B,C; lane 6). However, no such interaction
was apparent with OPG–TASK85 R4 (Fig. 4B,C; lane 8),

underlining the importance of substrate hydrophobicity for the
binding of MLPs to SGTA (supplementary material Fig. S1B).
Using a complementary pull-down approach, the ability of in-

vitro-synthesised OPG–TASK85 to bind to recombinant SGTA
was also analysed (Leznicki et al., 2011; Leznicki et al., 2013).
OPG–TASK85 showed robust and specific binding to SGTA
(supplementary material Fig. S2D, cf. lanes 2 and 5 of pulldown),

whereas OPG–TASK85 R4 did not (supplementary material Fig.
S2D, cf. lanes 3 and 6). In short, the substrate specificity of
SGTA shows a striking resemblance to that of BAG6, and the two

components appear to cooperate to control the proteasomal
degradation of MLPs.

Fig. 2. Exogenous SGTA increases steady-state MLP levels. (A) Cells
were left untransfected and untreated (UTF, lanes 1 and 5) or were
transfected with OPG–TASK85 (lanes 2–4) or OPG–TASK85 R4 (lanes 6–8).
Samples were further treated with DMSO (lanes 2 and 6) or 10 nM
bortezomib (BTZ, lanes 4 and 8) for 18 hours or co-transfected with SGTA–
V5 (lanes 3 and 7) before total cell lysates were prepared and analysed by
western blotting. Samples were probed for V5-tagged SGTA and OPG–
TASK85 variants as indicated. Endogenous tubulin provided a loading
control. (B) Cells were co-transfected with a fixed amount of OPG–TASK85

plus a combination of plasmids encoding SGTA–V5 and RFP, such that the
total amount of DNA present was constant. Total cell lysates were analysed
as for A. (C) Schematic of the OP91 polypeptide comprising the first 91
amino acids of bovine opsin, containing two sites for N-linked glycosylation
(Y), the first hydrophobic transmembrane region (TM1) and part of the
second (TM2). (D) HeLa cells were co-transfected with plasmids encoding
OP91 and empty vector (control) or SGTA–V5. Total cell lysates were
analysed at 24 hours after transfection as for A. (E) Cells were transfected
with a control or SGTA-targeting siRNA duplex as indicated and then re-
transfected with OPG–TASK85 (85) or OPG–TASK85 R4 (85 R4). After
24 hours, total cell lysates were analysed by western blotting as before
except endogenous SGTA was detected.
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SGTA regulates MLP polyubiquitylation
Our working hypothesis was that SGTA acts by regulating the
polyubiquitylation status of MLPs (Leznicki and High, 2012).

When OPG–TASK85 was coexpressed with a FLAG-tagged
version of ubiquitin and the MLP substrate then recovered
by immunoprecipitation, high-molecular-mass FLAG–ubiquitin-

containing species were readily apparent, consistent with the
efficient polyubiquitylation of OPG–TASK85 (Fig. 5A, lane 1).
The level of these polyubiquitin–OPG–TASK85 conjugates
showed a noticeable qualitative reduction upon SGTA

coexpression (Fig. 5A, cf. lanes 1 and 2). By contrast, SGTA
coexpression had a more modest qualitative effect upon the level
of polyubiquitylated OPG–TASK85 R4 recovered under identical

conditions (Fig. 5A, cf. lanes 3 and 4). The addition of
recombinant SGTA to an established cell-free system for
studying the polyubiquitylation of BAG6 substrates (Leznicki

and High, 2012) also resulted in a marked decrease in the extent
of OPG–TASK85 polyubiquitylation (supplementary material

Fig. S2E, cf. lanes 2–4). Furthermore, when this in vitro system
was employed to enable a ‘pulse-chase’ style analysis of substrate
polyubiquitylation, the addition of exogenous SGTA was found

to promote the deubiquitylation of previously modified OPG–
TASK85 chains (Fig. 5B, cf. lanes 4–6 and 7–9; Fig. 5C).
Taken together, these data support the hypothesis that SGTA

overexpression results in a substantial increase in the steady-state
level of MLPs by promoting their deubiquitylation and, hence,
inhibiting their proteasomal degradation.

SGTA-dependent stabilisation results in substrate
aggregation
When cells expressing either OPG–TASK85 or OP91 were studied

using immunofluorescence microscopy, discrete intracellular
punctae were observed in the presence of exogenous SGTA
(Fig. 6Ai,Bi). These putative cytosolic inclusions contained both

the relevant MLP substrate, be it OPG–TASK85 or OP91, and
SGTA (Fig. 6Ai,Bi, see merge), and were not apparent when the

Fig. 3. OPG–TASK85 is a substrate for BAG6. (A) HeLaM cells
were left untransfected, transfected with an siRNA control (Ctrl) or a
duplex targeting BAG6, as indicated, and then were either not
further manipulated or were re-transfected with OPG–TASK85 (85),
OPG–TASK85 R4 (85 R4) or a lysine-deficient OPG–TASK85 (85
DK). After 24 hours, total cell lysates were analysed by western
blotting. (B,C) Cells were co-transfected with OPG–TASK85 or
OPG–TASK85 R4 and BAG6–V5, as indicated, and 24 hours later,
incubated with DSP (+) or solvent (DMSO) alone (2), quenched
and lysed in buffer containing 0.5% DDM. BAG6–V5 (B) or OPG–
TASK85 (C) were immunoprecipitated (IP) with anti-V5 or anti-opsin,
respectively, and the material recovered was then analysed by
western blotting using 10% of the input for comparison. (D) Cells
were co-transfected with OPG–TASK85 (i,ii) or OPG–TASK85 R4 (iii)
and BAG6–V5 (i,iii) or BAG6–V5 DNLS (ii), as indicated, and were
processed as for Fig. 1D using antibodies recognising OPG–TASK
(anti-opsin tag) and exogenous BAG6 (anti-V5 tag). Scale bar:
20 mm.
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MLPs or SGTA were expressed alone (supplementary material
Fig. S3A,B), suggesting that their formation might be substrate

driven. SGTA overexpression also resulted in the appearance
of large inclusions that contained both exogenous SGTA and
the ERAD substrate OpD (supplementary material Fig. S3C,D),

further suggesting that SGTA influences the cellular fate of
both MLPs and ERAD substrates. In the case of the MLPs,
these SGTA-dependent punctae were further characterised

and found to be positive for endogenous BAG6 and HSP70
(Fig. 6Aii,iii,Bii,iii), consistent with a role in quality control,
and they also contained both ubiquitin and proteasomes
(Fig. 6Aiv,v,Biv,v), supporting the suggestion that these structures

are inclusion bodies or aggresomes (Hao et al., 2013). To further
explore the nature of these structures, we made use of ProteoStatH,
a fluorescent red dye that is only detectable when it is bound

to aggregated proteins (Shen et al., 2011). Many of the large
punctate structures observed upon expression of MLPs in the
presence of exogenous SGTA were strongly labelled with

ProteoStatH, further suggesting that they contain protein
aggregates. By contrast, the cytosolic ER delivery factor TRC40

Fig. 4. OPG–TASK85 is protected from degradation by exogenous
SGTA. (A) Cells were co-transfected with plasmids encoding OPG–TASK85

or OPG–TASK85 R4 and SGTA or RFP, as indicated, and 24 hours later,
100 mg/ml cycloheximide was added to the medium and the cells were
harvested directly into sample buffer at the indicated times. The amount of
OPG–TASK85 derivative present at each time-point was determined by
quantitative western blotting, and the resulting value was expressed as a
percentage of the initial level obtained at 0 minutes (see also supplementary
material Fig. S2A). Data show the mean6s.e.m. (n53). (B,C) Cells were co-
transfected with either OPG–TASK85 or OPG–TASK85 R4 and SGTA–V5, as
indicted, and then further processed for co-immunoprecipitation as described
in the legend for Fig. 3B,C.

Fig. 5. SGTA promotes deubiquitylation of MLPs. (A) Cells were co-
transfected with plasmids encoding OPG–TASK85 or OPG–TASK85 R4,
FLAG–ubiquitin and either SGTA–V5 (+) or RFP (2), as shown. After
24 hours, the cells were lysed in RIPA buffer, specific products recovered by
immunoprecipitation (IP) with anti-opsin, and the resulting samples analysed
for FLAG–ubiquitin by western blotting (lanes 1–4). A 10% fraction of each
input was analysed in parallel (lanes 5–8). Bands corresponding to
polyubiquitylated products (vertical line) and antibody chains (*) are indicated.
(B) OPG–TASK85 was synthesised using rabbit reticulocyte lysate and, after
termination of further translation initiation using ATCA, 2 mM of either
recombinant HisTrx–SGTA or HisTrx control was added and samples were
incubated for the times indicated before NEMwas added to prevent any further
modifications. Samples were then treated with DTT and pre-cleared in
immunoprecipitation buffer containing 1% Triton X-100 using pansorbin. After
centrifugation to clarify, immunoprecipitation was performed overnight with
Protein-A–Sepharose and the indicated antibodies or an IgG control. The resin
was washed and samples were analysed by SDS-PAGE and
phosphorimaging. (C) High-molecular-mass species recovered following
immunoprecipitation with the anti-opsin antibody were quantified for each time-
point shown in B, and the resulting values were expressed as a percentage of
the signal recovered at time 0. Data show the mean6s.e.m. (n53).
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was not detected in the MLP-positive cytosolic inclusions
(supplementary material Fig. S4A), and there was little overlap

between SGTA-positive punctae and the lysosomal marker LAMP1
(supplementary material Fig. S4B), consistent with the inability of
lysosomal protease inhibitors to prevent MLP degradation
(supplementary material Fig. S1C). The OP91-positive inclusions

observed upon SGTA overexpression were also clearly distinct from
both the ER and Golgi, consistent with a cytosolic localisation
(supplementary material Fig. S4C).

Aberrant and misfolded precursor proteins are often
aggregation prone (Ast and Schuldiner, 2011; Ast et al., 2013),
and we investigated the status of SGTA-stabilised MLPs using

selective detergent solubilisation. Under control conditions,
all detectable OP91 was recovered in a Triton-X-100-soluble
fraction (Fig. 6C, cf. lanes 2 and 3), yet we found that a

substantial proportion of the non-glycosylated form of OP91 was
found in the insoluble pellet fraction upon SGTA coexpression
(Fig. 6C, cf. lanes 5 and 6, see OP91 0-CHO). Such behaviour is
strongly indicative of cytosolic aggregation (Chakrabarti et al.,

2011) and, together with our imaging data, suggests that the
cytosolic inclusions that we observe in the presence of exogenous
SGTA represent aggresomes or aggresome-like structures

(Rodriguez-Gonzalez et al., 2008).
Recent structural studies have revealed a central role for the N-

terminal region of SGTA in facilitating its binding to the BAG6

complex, through its UBL-domain-containing subunits (Chartron
et al., 2012; Simon et al., 2013; Xu et al., 2012). Because our
data show that both BAG6 and SGTA bind to MLPs and

colocalise to cytoplasmic MLP-containing inclusions upon SGTA
overexpression, we asked whether the BAG6 complex contributes
to the SGTA-dependent stabilisation of MLPs. Several studies
have defined the molecular basis for the binding of specific UBLs

to SGTA family members (Chartron et al., 2012; Simon et al.,
2013; Xu et al., 2012), and we chose to make a V34A variant of
SGTA that preserves its dimerisation interface whilst reducing

its affinity for cognate UBLs by approximately two orders of
magnitude (see Chartron et al., 2012; Simon et al., 2013).
Strikingly, although the V5-tagged SGTA(V34A) variant was

expressed at a level comparable to that of the parental SGTA–V5,
its ability to enhance steady-state MLP levels was greatly reduced
(Fig. 6D). These data strongly suggest that the stabilisation of
MLPs observed upon SGTA overexpression is dependent upon

efficient binding of exogenous SGTA to the endogenous BAG6
complex. On the basis of these data, we conclude that MLP
substrates, exemplified here by OPG–TASK85 and OP91, enter a

cytosolic quality control pathway that is mediated by the BAG6
complex and SGTA working in tandem (Hessa et al., 2011;
Kawahara et al., 2013; Leznicki et al., 2013).

DISCUSSION
When Sec61-mediated protein translocation at the ER is inhibited,

for example using a small molecule inhibitor or following a stress
response, the resulting non-translocated membrane and secretory
proteins mislocalise to the cytosol and are rapidly degraded unless
proteasomal degradation is blocked (Besemer et al., 2005; Kang

et al., 2006). Furthermore, there is good evidence that regions of
exposed hydrophobicity, including unembedded transmembrane
domains act as a potent signal to elicit the degradation of such

MLPs (Huang et al., 2011). Recent studies suggest that MLP
degradation is selective, and they have directly implicated two key
factors, SGTA (Leznicki and High, 2012) and the BAG6 complex

(Hessa et al., 2011), as mediators of this process (Fig. 7). Here, we

have developed model MLPs and exploited them to study the role
of SGTA during MLP quality control.

SGTA binds to MLPs
Our studies show that SGTA binds directly to MLPs, both in vitro

and in vivo, and underline the importance of an uninterrupted

hydrophobic degron for this interaction to occur. Crucially, the
ability of an aberrant protein to bind to SGTA directly impacts on
the role that SGTA plays in its quality control, strongly

suggesting that its actions are direct. Most strikingly, although
OPG–TASK85 R4 is clearly a substrate for proteasomal
degradation, and hence is stabilised by the proteasome inhibitor

bortezomib, it does not associate with SGTA and its stability is
unaffected by either increasing or decreasing the level of SGTA.
By contrast, OPG–TASK85 shows a robust interaction with SGTA

and its steady-state expression level and stability are directly
correlated with the amount of SGTA present in a cell. Reductions
in SGTA by siRNA treatment reduce OPG–TASK85 levels,
whereas exogenous expression of SGTA has the opposite effect.

These findings extend the substrate base for SGTA from the in

vitro binding of tail-anchored membrane proteins and the glucose
transporter (Leznicki et al., 2010; Leznicki et al., 2011; Liou and

Wang, 2005) to include the in vivo binding of a model MLP.

SGTA substrate specificity overlaps with that of the BAG6
complex
There is extensive evidence for a physical interaction between
SGTA and the BAG6 complex (see Chartron et al., 2012;

Leznicki et al., 2013; Simon et al., 2013; Xu et al., 2012 and
references therein), as well as evidence that exposed
hydrophobicity is an important feature of protein substrates that
are dealt with by the BAG6 complex (Kawahara et al., 2013).

Strikingly, the in vivo interactions of MLPs with the BAG6 protein
mirror those of SGTA, hence BAG6 binds to OPG–TASK85 but not
to OPG–TASK85 R4. This substrate specificity is very clearly

demonstrated by the ability of exogenous BAG6 to relocalise
OPG–TASK85 to the nucleus, a finding that mirrors the BAG6-
dependent nuclear relocalisation of the ERAD substrate OpD

(Payapilly and High, 2014). Taken together, these data are
consistent with a model where hydrophobic substrates located in
the cytosol can be passed between SGTA and the BAG6 complex
(Fig. 7), a process that might be facilitated by a fast exchange

between these two cellular quality control components (Chartron
et al., 2012). One important, but as yet unanswered, question is
how SGTA and BAG6 are able to distinguish different classes of

hydrophobic substrate and deal with them appropriately. Hence,
whereas tail-anchored membrane proteins are passed to TRC40 for
subsequent ER delivery, MLPs and ERAD substrates are normally

efficiently degraded at the proteasome (Fig. 7). The molecular
basis for this apparent substrate selectivity is currently unclear.

SGTA regulates MLP degradation
We now show that the cellular basis for the previously reported
increase in steady-state MLPs following SGTA overexpression
(Leznicki and High, 2012) is a consequence of the selective

inhibition of their proteasomal degradation. Furthermore, we
find that SGTA overexpression also delays the proteasomal
degradation of the ERAD substrate OpD, confirming that, like

BAG6 (Kawahara et al., 2013), SGTA contributes to the quality
control of a range of hydrophobic substrates. Although we find
that SGTA overexpression stabilises both a model MLP and an

ERAD substrate, it remains to be established whether the
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physiological role of SGTA during these two processes is
comparable (Fig. 7). Interestingly, several recent reports

correlate increases in SGTA expression with the proliferation of
several forms of cancer, although the molecular basis for this

observation remains to be defined (Lu et al., 2014; Philp et al.,
2013; Xue et al., 2013).

On the basis of the data presented in this study, we propose that
the molecular mechanism underlying the increase in steady-state

Fig. 6. SGTA promotes the aggregation of mislocalised proteins. (Ai–v) HeLa Flp-In T-REx cells that stably express OPG–TASK85 under the control of a
tetracycline-inducible promoter were transiently transfected with SGTA–V5 and induced to express OPG–TASK85. (Bi–v) HeLaM cells were co-transfected with
plasmids encoding OP91 and SGTA–V5. For A and B, at 24 hours post-transfection, samples were processed for microscopy to examine the subcellular
localisation of the relevant MLP (anti-opsin), exogenous SGTA (anti-V5) and various endogenous components, including BAG6 (ii), Hsp70 (iii), ubiquitin (iv) and
the 20S proteasomal subunit (v), and visualised by immunofluorescence. (Avi,Bvi) HeLaM cells were co-transfected with plasmids encoding OPG–TASK85 or
OP91 and SGTA–V5, and stained using an anti-opsin antibody to detect MLP substrates and ProteoStatH to visualise protein aggregates. Enlarged sections
(insets) highlight cytosolic inclusions that resemble aggresomes (see text). Scale bars: 20 mm. (C) HeLaM cells were co-transfected with plasmids encoding
OP91 and RFP (lanes 1–3) or SGTA–V5 (lanes 4–6) and, 24 hours later, they were solubilised in buffer containing 1% Triton X-100. The resulting lysate was
centrifuged to separate soluble and insoluble material and then equivalent amounts of supernatant (S) and pellet (P), together with 10% of the total lysate
(T), were analysed by western blotting as described for Fig. 2. (D) HeLaM cells were co-transfected with plasmids encoding OP91 and GFP (lane 1), SGTA–V5
(lane 2) or SGTA–V5(V34A) (lane 3) and, after 24 hours, were further processed for western blotting as before.
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MLP levels observed upon SGTA overexpression occurs through
an effect on MLP polyubiquitylation status, with increased levels

of SGTA favouring the deubiquitylated form of MLPs both in vitro

and in vivo. Taken in a wider context, these data support the
operation of a cytosolic quality control cycle for hydrophobic

substrates (Fig. 7). This cycle would be driven by the opposing
actions of SGTA and the BAG6 complex, a proposal that is
supported by our finding that for exogenous SGTA to

stabilise MLPs it must be able to interact with the endogenous
BAG6 complex (Fig. 6D). We favour a model where an
artificial increase in the level of SGTA promotes substrate
deubiquitylation, and our in vitro data support this proposal

(Fig. 5B; Leznicki and High, 2012). However, the binding of
exogenous SGTA to MLP substrates and/or the BAG6 complex
might also act to directly inhibit their ubiquitylation in vivo (Fig. 7)

through a pathway that almost certainly involves the E3 ligase
RNF126 (Rodrigo-Brenni et al., 2014). Our current hypothesis is
that the pronounced stabilisation of MLPs observed upon

SGTA overexpression provides a non-physiological example of a
‘rescue’ pathway that would normally favour certain hydrophobic
substrates such as tail-anchored membrane proteins. In this
scenario, the possibility to deubiquitylate precursor proteins that

undergo premature ubiquitylation could prolong their window of
opportunity for post-translational membrane integration (Fig. 7;
cf. Leznicki and High, 2012). Interestingly, a comparable cycle

of ubiquitylation and deubiquitylation has been suggested to
provide quality control for hydrophobic GPI-anchored protein
precursors that fail to engage the ER translocation machinery in

Saccharomyces cerevisiae (Ast et al., 2014). Deubiquitylases can
also enhance the substrate selectivity of proteasomal degradation
(Liu et al., 2014; Zhang et al., 2013) and, in this context, a BAG6/

SGTA-dependent cycle of ubiquitylation and deubiquitylation
might fine-tune the fate of distinct hydrophobic substrates that
become exposed to the cytosol (Fig. 7).

SGTA overexpression promotes protein aggregation
Having established that SGTA overexpression inhibits the
proteasomal degradation of aberrant membrane proteins, we
explored the intracellular fate of these aberrant polypeptides.

Immunofluorescence microscopy revealed that both our model
MLPs and ERAD substrate are localised to discrete intracellular

punctae when coexpressed with SGTA but not in its absence. In
the case of the ERAD substrate OpD, these structures are
comparable to those observed with TCRa–YFP upon SGTA

depletion (Xu et al., 2012). In the case of the MLPs, these
cytoplasmic punctae co-stain for both exogenous SGTA and
endogenous BAG6; in addition to Hsp70 chaperones, ubiquitin

and 20S proteasomal subunits, suggesting that they represent
aggregated MLPs or aggresomes. This proposal is further
supported by our observations that SGTA-stabilised forms of
OPG–TASK85 and OP91 are selectively stained with ProteoStatH,

whilst a substantial proportion of SGTA-stabilised OP91 is also
recovered in a detergent-insoluble form, both strongly indicative
of protein aggregation (Chakrabarti et al., 2011; Shen et al.,

2011). On the basis of these data, we tentatively suggest that the
MLP-containing punctae observed upon SGTA overexpression
represent structures that are related to cytoplasmic juxtanuclear

quality control compartments (Ben-Gedalya and Cohen, 2012).
These are dynamic sites for cellular quality control where
substrates might be either deubiquitylated and subjected to
chaperone-mediated refolding, or ubiquitylated and directed to

the proteasome for degradation (Ben-Gedalya and Cohen, 2012).
Our data suggest that an unperturbed BAG6/SGTA quality
control cycle promotes the biogenesis of selected hydrophobic

precursors at the ER, whilst also facilitating the removal of
aberrant and misfolded membrane proteins. Together, these
actions will decrease the opportunities for such hydrophobic

proteins to form cytosolic aggregates and reduce their potential
impact upon cellular proteostasis (Buchberger et al., 2010;
Chakrabarti and Hegde, 2009; Hartl et al., 2011; Park et al.,

2013; Fig. 7).

MATERIALS AND METHODS
Materials
All cell culture and standard reagents were purchased from Sigma. The

region of bovine opsin used as an N-glycosylation reporter and epitope

tag was as described previously (Johnson et al., 2012). Anti-TRC40

serum was a gift from Bernhard Dobberstein (ZMBH, Heidelberg,

Germany). Commercially available antibodies against the following

Fig. 7. A potential BAG6/SGTA cycle for cytosolic
quality control. Hydrophobic polypeptides that fail to
engage SRP, including tail-anchored (TA) proteins and
short fragments of integral membrane proteins, become
substrates for both SGTA and the BAG6 complex (step 1).
Tail-anchored proteins are most likely passed from SGTA
to the BAG6 complex before specific transfer to the ER
delivery factor TRC40 (step 2; see Chartron et al., 2012;
Leznicki et al., 2010; Mariappan et al., 2010). By contrast,
the binding of MLPs to the BAG6 complex promotes their
ubiquitylation (Rodrigo-Brenni et al., 2014) and
proteasomal degradation (step 3), a process that is
antagonised by SGTA (Leznicki and High, 2012). We
postulate that SGTA normally acts to provide a rescue
pathway for prematurely ubiquitylated substrates (step 4),
thereby prolonging their opportunity for successful ER
delivery and/or native folding. SGTA overexpression
causes the inhibition and/or reversal of BAG6-mediated
MLP ubiquitylation (step 5), resulting in their accumulation
and aggregation.
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targets were purchased from the indicated suppliers: BAG6, BAP31, GFP,

tubulin and V5 (Abcam), FLAG M2 and calnexin (Sigma), HSP70

(Stressgen), ubiquitin FK2, p23, 20S proteasome (Enzo Life Sciences) and

LAMP1 (DHSB, University of Iowa). The antibody against GRASP65 was

a gift from Martin Lowe (University of Manchester, UK). ProteoStatH
reagent for the detection of protein aggregates was from Enzo. Bortezomib

was from Selleck Chemicals, leupeptin and pepstatin A were from

BIOMOL. RFP in pcDNA3.1+ was a gift from Viki Allan (Manchester,

UK). siRNA duplexes for knockdowns were from Qiagen, and they

targeted sequences that were identified previously (Winnefeld et al., 2006):

SGTA target sequence, 59-TTTGAAGCTGCCGTGCATT-39; BAG6

target sequence, 59-CAGCTCCGGTCTGATATACAA-39.

Plasmids
Fragments of TASK-1 without cysteine residues (C14V), TASK85 and

TASK100 were subcloned, with the first 26 amino acids of bovine opsin at

the N-terminus, into pcDNA3.1+ (Life Technologies), generating OPG–

TASK constructs. OPG–TASK85 was also subcloned into pcDNA5/FRT/

TO (Life Technologies). SGTA and BAG6 were in pcDNA5/FRT/V5-

His-TOPO in frame to add the V5 tag. OP91, OP91CHO and eGFP were

in the same vector, but with stop codons prior to the tag. Ub-R–GFP was

obtained through Addgene (Dantuma et al., 2000). The FLAG–ubiquitin

construct was a gift from Sylvie Urbé (University of Liverpool, UK).

BAG6 DNLS, SGTA V34A, OPG–TASK85 R4 and the lysine-deficient

mutant were generated by using the QuikChange site-directed

mutagenesis kit (Stratagene).

Cell culture
HeLa and HeLaM cells were maintained in DMEM containing 10% fetal

bovine serum and 2 mM L-glutamine at 37 C̊ under 5% CO2. DNA

transfections were performed using Lipofectamine 2000 (Life

Technologies) for 24 hours in accordance with the manufacturer’s

instructions. For siRNA experiments, 20 nM siRNA duplexes were

transfected using INTERFERin (Polyplus) as specified by the

manufacturer. The cells were then transiently transfected with the

appropriate DNA constructs after 48 hours and harvested for analysis

after 72 hours. The inducible stable HeLa cell line expressing OpD was

as described previously (Payapilly and High, 2014), whereas the OPG–

TASK85 was generated for this study using HeLa Flp-In T-REx cells,

which were a gift from Stephen Taylor (University of Manchester, UK;

Tighe et al., 2008). For drug treatments, 10 nM bortezomib, 100 mM

leupeptin and 1 mg/ml pepstatin were added at 18 hours prior to analysis.

Subcellular fractionation
Transfected HeLaM cells were lysed mechanically using a ball-bearing

cell cracker with 10-mm clearance in buffer containing 20 mM HEPES-

KOH pH 7.4, 100 mM KCl and 5 mM MgCl2. Unbroken cells and large

debris were removed by centrifugation at 2000 g for 10 minutes. The

membrane and cytosolic fractions were separated by ultra-centrifugation

at 100,000 g for 10 minutes at 4 C̊.

Western blotting
Samples were prepared for western blotting and specific proteins were

detected as described previously (Leznicki and High, 2012).

Quantification was performed using Image Studio (Li-Cor Biosciences)

employing data from at least three independent experiments. When used,

endoglycosidase H (New England Biolabs) was added at 20 units/ml

directly to material in SDS sample buffer and samples were incubated at

37 C̊ for at least 3 hours.

Co-immunoprecipitation
Co-transfected HeLaM cells were solubilised in 10 mM Tris-HCl pH 7.4,

150 mM NaCl and 1 mM EDTA supplemented with protease inhibitor

cocktail, 1 mM PMSF and 0.5% n-dodecyl b-D-maltopyranoside (DDM)

for 1 hour at 4 C̊. Where indicated, cells were treated with the cleavable

cross-linking reagent dithiobis(succinimidylpropionate) (DSP, Pierce)

at 1 mM for 15 minutes at room temperature and then quenched with

10 mM glycine prior to the addition of the DDM lysis buffer. To recover

FLAG-tagged ubiquitin conjugates, cells were lysed in RIPA buffer

(50 mM Tris-HCl pH 7.4, 150 mM NaCl, 2 mM EDTA, 1% NP-40, 0.5%

sodium deoxycholate and 0.1% SDS) containing protease inhibitors, 1 mM

PMSF and 20 mM N-ethylmaleimide (NEM) and then sonicated. Insoluble

material was removed by centrifugation at 16,000 g for 10 minutes at 4 C̊,

10% of the supernatant was retained as the input sample, and the remainder

used for the immunoprecipitation of specific proteins using an appropriate

antibody and Protein-A–Sepharose (Genscript).

Cycloheximide chase and in vitro ubiquitylation assay
The stability of OPG–TASK derivatives was studied by treating

transfected HeLaM cells with 100 mg/ml cycloheximide (Sigma) and

lysing them directly in SDS-PAGE sample buffer at the indicated time-

points prior to analysis by western blotting. For OpD, a stable inducible

cell line was transfected with plasmids encoding GFP or V5-tagged

SGTA, and samples were processed as described previously (Payapilly

and High, 2014). In vitro ubiquitylation of OPG–TASK derivatives in the

presence of HisTrx or HisTrx–SGTA was performed as described

previously (Leznicki and High, 2012). AIDA software was used to

quantify the resulting polyubiquitylated material.

In vitro SGTA-binding assay
OPG–TASK85 or OPG–TASK85 R4 were translated in reticulocyte lysate

reactions containing 35S-methionine/cysteine and supplemented with

2 mM HisTrx–SGTA or HisTrx (Leznicki and High, 2012). To terminate

the translation, samples were incubated in the presence of 1 mM

puromycin for 10 minutes at 30 C̊. A 10% sample of the input was

retained for analysis, and the remaining reaction was diluted to give a

final volume of 150 ml with buffer containing 50 mM HEPES-KOH

pH 7.5, 300 mM NaCl, 50 mM imidazole, 10% glycerol and 10 ml (bead

volume) Ni-NTA agarose (Qiagen). After incubation for 2 hours at 4 C̊

with shaking, the agarose was washed three times with 1 ml of buffer as

above, before elution in 30 ml of buffer containing 500 mM imidazole.

The resulting samples were analysed by SDS-PAGE, and radiolabelled

products were detected by phosphorimaging.

Selective detergent solubility analysis
Transfected HeLaM cells were solubilised in 10 mM Tris-HCl pH 7.4,

150 mM NaCl, 1 mM EDTA containing 1% (v/v) Triton X-100, protease

inhibitor cocktail and 1 mM PMSF for 30 minutes at 4 C̊. A 10% input

sample was taken and the soluble and insoluble materials were isolated

by centrifugation at 16,000 g for 30 minutes at 4 C̊.

Immunofluorescence microscopy
Cells grown on glass coverslips were transiently transfected using jetPEI

(Polyplus) for HeLaM cells (OP91 expression) and Fugene HD (Promega)

for the OPG–TASK85 and OpD stable cell lines, which were also induced

for 16–24 hours with 1 mg/ml tetracycline prior to analysis. For

ProteoStatH staining, HeLaM cells were co-transfected with the SGTA–

V5 construct and plasmids encoding OPG–TASK85 or OP91 using Fugene

HD. Fixation was performed using 4% paraformaldehyde, and cells were

permeabilised with 0.1% Triton X-100, except for LAMP1 staining where

methanol fixation (220 C̊, 5 minutes) was performed. Alexa-Fluor-488-

conjugated and Alexa-Fluor-594-conjugated secondary antibodies were

from Jackson ImmunoResearch, the ProteoStatH reagent for detection of

protein aggregates was from Enzo Life Sciences and DNA was stained

using 49,6-diamidino-2-phenylindole (DAPI). Coverslips were mounted

using Prolong Gold (Life Technologies) and fluorescence was visualised

using a wide-field Olympus BX-60 microscope with a 606/1.40 NA

PlanApo objective and a CoolSnap ES camera (Roper Scientific), with

images captured using MetaVue software.

Acknowledgements
We thank our colleagues (from the University of Manchester, UK) Stephen Taylor
for the HeLa Flp-In T-REx cell line, Viki Allan for the use of her microscopy
facilities and Lisa Swanton for her comments on the manuscript.

Competing interests
The authors declare no competing interests.

RESEARCH ARTICLE Journal of Cell Science (2014) 127, 4728–4739 doi:10.1242/jcs.155648

4737



Jo
ur

na
l o

f C
el

l S
ci

en
ce

Author contributions
All authors conceived of and designed the experiments. L.W., P.L. and A.P.
performed the experiments. All authors analysed the data. All authors contributed
to the preparation of the manuscript.

Funding
This work was supported by funding from the Wellcome Trust [grant numbers
0881163/Z/09/Z, 092107/Z/10/Z and 093177/Z/10/A]. Deposited in PMC for
immediate release.

Supplementary material
Supplementary material available online at
http://jcs.biologists.org/lookup/suppl/doi:10.1242/jcs.155648/-/DC1

References
Ast, T. and Schuldiner, M. (2011). Protein degradation: BAGging up the trash.
Curr. Biol. 21, R692-R695.

Ast, T., Cohen, G. and Schuldiner, M. (2013). A network of cytosolic factors
targets SRP-independent proteins to the endoplasmic reticulum. Cell 152, 1134-
1145.

Ast, T., Aviram, N., Chuartzman, S. G. and Schuldiner, M. (2014). A cytosolic
degradation pathway, prERAD, monitors pre-inserted secretory pathway
proteins. J. Cell Sci. 127, 3017-3023.

Ben-Gedalya, T. and Cohen, E. (2012). Quality control compartments coming of
age. Traffic 13, 635-642.

Besemer, J., Harant, H., Wang, S., Oberhauser, B., Marquardt, K., Foster,
C. A., Schreiner, E. P., de Vries, J. E., Dascher-Nadel, C. and Lindley, I. J. D.
(2005). Selective inhibition of cotranslational translocation of vascular cell
adhesion molecule 1. Nature 436, 290-293.

Buchberger, A., Bukau, B. and Sommer, T. (2010). Protein quality control in the
cytosol and the endoplasmic reticulum: brothers in arms. Mol. Cell 40, 238-
252.

Chakrabarti, O. and Hegde, R. S. (2009). Functional depletion of mahogunin by
cytosolically exposed prion protein contributes to neurodegeneration. Cell 137,
1136-1147.

Chakrabarti, O., Rane, N. S. and Hegde, R. S. (2011). Cytosolic aggregates
perturb the degradation of nontranslocated secretory and membrane proteins.
Mol. Biol. Cell 22, 1625-1637.

Chartron, J. W., VanderVelde, D. G. and Clemons, W. M., Jr (2012). Structures
of the Sgt2/SGTA dimerization domain with the Get5/UBL4A UBL domain reveal
an interaction that forms a conserved dynamic interface. Cell Reports 2, 1620-
1632.

Christianson, J. C., Olzmann, J. A., Shaler, T. A., Sowa, M. E., Bennett, E. J.,
Richter, C. M., Tyler, R. E., Greenblatt, E. J., Harper, J. W. and Kopito, R. R.
(2012). Defining human ERAD networks through an integrative mapping
strategy. Nat. Cell Biol. 14, 93-105.

Claessen, J. H. L. and Ploegh, H. L. (2011). BAT3 guides misfolded glycoproteins
out of the endoplasmic reticulum. PLoS ONE 6, e28542.

Cross, B. C. S., Sinning, I., Luirink, J. and High, S. (2009). Delivering proteins
for export from the cytosol. Nat. Rev. Mol. Cell Biol. 10, 255-264.

Dantuma, N. P., Lindsten, K., Glas, R., Jellne, M. and Masucci, M. G. (2000).
Short-lived green fluorescent proteins for quantifying ubiquitin/proteasome-
dependent proteolysis in living cells. Nat. Biotechnol. 18, 538-543.

Favaloro, V., Spasic, M., Schwappach, B. and Dobberstein, B. (2008). Distinct
targeting pathways for the membrane insertion of tail-anchored (TA) proteins.
J. Cell Sci. 121, 1832-1840.

Fleig, L., Bergbold, N., Sahasrabudhe, P., Geiger, B., Kaltak, L. and Lemberg,
M. K. (2012). Ubiquitin-dependent intramembrane rhomboid protease promotes
ERAD of membrane proteins. Mol. Cell 47, 558-569.

Goder, V., Crottet, P. and Spiess, M. (2000). In vivo kinetics of protein targeting to
the endoplasmic reticulum determined by site-specific phosphorylation. EMBO
J. 19, 6704-6712.

Guerriero, C. J. and Brodsky, J. L. (2012). The delicate balance between
secreted protein folding and endoplasmic reticulum-associated degradation in
human physiology. Physiol. Rev. 92, 537-576.

Hao, R., Nanduri, P., Rao, Y., Panichelli, R. S., Ito, A., Yoshida, M. and Yao,
T.-P. (2013). Proteasomes activate aggresome disassembly and clearance by
producing unanchored ubiquitin chains. Mol. Cell 51, 819-828.

Hartl, F. U., Bracher, A. and Hayer-Hartl, M. (2011). Molecular chaperones in
protein folding and proteostasis. Nature 475, 324-332.

Hessa, T., Sharma, A., Mariappan, M., Eshleman, H. D., Gutierrez, E. and
Hegde, R. S. (2011). Protein targeting and degradation are coupled for
elimination of mislocalized proteins. Nature 475, 394-397.

Heymann, J. A. and Subramaniam, S. (1997). Expression, stability, and
membrane integration of truncation mutants of bovine rhodopsin. Proc. Natl.
Acad. Sci. USA 94, 4966-4971.

Hou, B., Lin, P.-J. and Johnson, A. E. (2012). Membrane protein TM segments
are retained at the translocon during integration until the nascent chain cues
FRET-detected release into bulk lipid. Mol. Cell 48, 398-408.

Huang, L., Kuhls, M. C. and Eisenlohr, L. C. (2011). Hydrophobicity as a driver of
MHC class I antigen processing. EMBO J. 30, 1634-1644.

Jacobson, S. G., Kemp, C. M., Cideciyan, A. V., Macke, J. P., Sung, C. H. and
Nathans, J. (1994). Phenotypes of stop codon and splice site rhodopsin

mutations causing retinitis pigmentosa. Invest. Ophthalmol. Vis. Sci. 35, 2521-
2534.

Johnson, N., Vilardi, F., Lang, S., Leznicki, P., Zimmermann, R. and High, S.
(2012). TRC40 can deliver short secretory proteins to the Sec61 translocon.
J. Cell Sci. 125, 3612-3620.

Johnson, N., Powis, K. and High, S. (2013). Post-translational translocation into
the endoplasmic reticulum. Biochim. Biophys. Acta 1833, 2403-2409.

Kang, S.-W., Rane, N. S., Kim, S. J., Garrison, J. L., Taunton, J. and Hegde,
R. S. (2006). Substrate-specific translocational attenuation during ER stress
defines a pre-emptive quality control pathway. Cell 127, 999-1013.

Kawahara, H., Minami, R. and Yokota, N. (2013). BAG6/BAT3: emerging roles in
quality control for nascent polypeptides. J. Biochem. 153, 147-160.

Leznicki, P. and High, S. (2012). SGTA antagonizes BAG6-mediated protein
triage. Proc. Natl. Acad. Sci. USA 109, 19214-19219.

Leznicki, P., Clancy, A., Schwappach, B. and High, S. (2010). Bat3 promotes
the membrane integration of tail-anchored proteins. J. Cell Sci. 123, 2170-2178.

Leznicki, P., Warwicker, J. and High, S. (2011). A biochemical analysis of the
constraints of tail-anchored protein biogenesis. Biochem. J. 436, 719-727.

Leznicki, P., Roebuck, Q. P., Wunderley, L., Clancy, A., Krysztofinska, E. M.,
Isaacson, R. L., Warwicker, J., Schwappach, B. and High, S. (2013). The
association of BAG6 with SGTA and tail-anchored proteins. PLoS ONE 8,
e59590.

Liou, S.-T. and Wang, C. (2005). Small glutamine-rich tetratricopeptide repeat-
containing protein is composed of three structural units with distinct functions.
Arch. Biochem. Biophys. 435, 253-263.

Liu, Y., Soetandyo, N., Lee, J. G., Liu, L., Xu, Y., Clemons, W. M., Jr and Ye, Y.
(2014). USP13 antagonizes gp78 to maintain functionality of a chaperone in ER-
associated degradation. eLife 3, e01369.

Lu, C., Liu, G., Cui, X., Zhang, J., Wei, L., Wang, Y., Yang, X., Liu, Y., Cong, X.,
Lv, L. et al. (2014). Expression of SGTA correlates with prognosis and tumor cell
proliferation in human hepatocellular carcinoma. Pathol. Oncol. Res. 20, 51-
60.

Manchen, S. T. and Hubberstey, A. V. (2001). Human Scythe contains a
functional nuclear localization sequence and remains in the nucleus during
staurosporine-induced apoptosis. Biochem. Biophys. Res. Commun. 287, 1075-
1082.

Mariappan, M., Li, X., Stefanovic, S., Sharma, A., Mateja, A., Keenan, R. J. and
Hegde, R. S. (2010). A ribosome-associating factor chaperones tail-anchored
membrane proteins. Nature 466, 1120-1124.

Minami, R., Hayakawa, A., Kagawa, H., Yanagi, Y., Yokosawa, H. and
Kawahara, H. (2010). BAG-6 is essential for selective elimination of defective
proteasomal substrates. J. Cell Biol. 190, 637-650.

Park, S.-H., Kukushkin, Y., Gupta, R., Chen, T., Konagai, A., Hipp, M. S.,
Hayer-Hartl, M. and Hartl, F. U. (2013). PolyQ proteins interfere with nuclear
degradation of cytosolic proteins by sequestering the Sis1p chaperone. Cell
154, 134-145.

Payapilly, A. and High, S. (2014). BAG6 regulates the quality control of a
polytopic ERAD substrate. J. Cell Sci. 127, 2898-2909.

Philp, L. K., Butler, M. S., Hickey, T. E., Butler, L. M., Tilley, W. D. and Day, T. K.
(2013). SGTA: a new player in the molecular co-chaperone game. Horm.
Cancer 4, 343-357.

Ray-Sinha, A., Cross, B. C. S., Mironov, A., Wiertz, E. and High, S. (2009).
Endoplasmic reticulum-associated degradation of a degron-containing polytopic
membrane protein. Mol. Membr. Biol. 26, 448-464.

Rodrigo-Brenni, M. C. and Hegde, R. S. (2012). Design principles of protein
biosynthesis-coupled quality control. Dev. Cell 23, 896-907.

Rodrigo-Brenni, M. C., Gutierrez, E. and Hegde, R. S. (2014). Cytosolic quality
control of mislocalized proteins requires RNF126 recruitment to Bag6. Mol. Cell
55, 227-237.

Rodriguez-Gonzalez, A., Lin, T., Ikeda, A. K., Simms-Waldrip, T., Fu, C. and
Sakamoto, K. M. (2008). Role of the aggresome pathway in cancer: targeting
histone deacetylase 6-dependent protein degradation.Cancer Res. 68, 2557-2560.

Shen, D., Coleman, J., Chan, E., Nicholson, T. P., Dai, L., Sheppard, P. W. and
Patton, W. F. (2011). Novel cell- and tissue-based assays for detecting
misfolded and aggregated protein accumulation within aggresomes and
inclusion bodies. Cell Biochem. Biophys. 60, 173-185.

Simon, A. C., Simpson, P. J., Goldstone, R. M., Krysztofinska, E. M., Murray,
J. W., High, S. and Isaacson, R. L. (2013). Structure of the Sgt2/Get5 complex
provides insights into GET-mediated targeting of tail-anchored membrane
proteins. Proc. Natl. Acad. Sci. USA 110, 1327-1332.

Stefanovic, S. and Hegde, R. S. (2007). Identification of a targeting factor for
posttranslational membrane protein insertion into the ER. Cell 128, 1147-1159.

Swanton, E. and High, S. (2006). ER targeting signals: more than meets the eye?
Cell 127, 877-879.

Tighe, A., Staples, O. and Taylor, S. (2008). Mps1 kinase activity restrains
anaphase during an unperturbed mitosis and targets Mad2 to kinetochores.
J. Cell Biol. 181, 893-901.

Wang, Q., Liu, Y., Soetandyo, N., Baek, K., Hegde, R. and Ye, Y. (2011). A
ubiquitin ligase-associated chaperone holdase maintains polypeptides in
soluble states for proteasome degradation. Mol. Cell 42, 758-770.

Watson, H. R., Wunderley, L., Andreou, T., Warwicker, J. and High, S. (2013).
Reorientation of the first signal-anchor sequence during potassium channel
biogenesis at the Sec61 complex. Biochem. J. 456, 297-309.

Winnefeld, M., Grewenig, A., Schnölzer, M., Spring, H., Knoch, T. A., Gan,
E. C., Rommelaere, J. and Cziepluch, C. (2006). Human SGT interacts with

RESEARCH ARTICLE Journal of Cell Science (2014) 127, 4728–4739 doi:10.1242/jcs.155648

4738

http://jcs.biologists.org/lookup/suppl/doi:10.1242/jcs.155648/-/DC1
http://dx.doi.org/10.1016/j.cub.2011.08.018
http://dx.doi.org/10.1016/j.cub.2011.08.018
http://dx.doi.org/10.1016/j.cell.2013.02.003
http://dx.doi.org/10.1016/j.cell.2013.02.003
http://dx.doi.org/10.1016/j.cell.2013.02.003
http://dx.doi.org/10.1242/jcs.144386
http://dx.doi.org/10.1242/jcs.144386
http://dx.doi.org/10.1242/jcs.144386
http://dx.doi.org/10.1111/j.1600-0854.2012.01330.x
http://dx.doi.org/10.1111/j.1600-0854.2012.01330.x
http://dx.doi.org/10.1038/nature03670
http://dx.doi.org/10.1038/nature03670
http://dx.doi.org/10.1038/nature03670
http://dx.doi.org/10.1038/nature03670
http://dx.doi.org/10.1016/j.molcel.2010.10.001
http://dx.doi.org/10.1016/j.molcel.2010.10.001
http://dx.doi.org/10.1016/j.molcel.2010.10.001
http://dx.doi.org/10.1016/j.cell.2009.03.042
http://dx.doi.org/10.1016/j.cell.2009.03.042
http://dx.doi.org/10.1016/j.cell.2009.03.042
http://dx.doi.org/10.1091/mbc.E10-07-0638
http://dx.doi.org/10.1091/mbc.E10-07-0638
http://dx.doi.org/10.1091/mbc.E10-07-0638
http://dx.doi.org/10.1016/j.celrep.2012.10.010
http://dx.doi.org/10.1016/j.celrep.2012.10.010
http://dx.doi.org/10.1016/j.celrep.2012.10.010
http://dx.doi.org/10.1016/j.celrep.2012.10.010
http://dx.doi.org/10.1038/ncb2383
http://dx.doi.org/10.1038/ncb2383
http://dx.doi.org/10.1038/ncb2383
http://dx.doi.org/10.1038/ncb2383
http://dx.doi.org/10.1371/journal.pone.0028542
http://dx.doi.org/10.1371/journal.pone.0028542
http://dx.doi.org/10.1038/nrm2657
http://dx.doi.org/10.1038/nrm2657
http://dx.doi.org/10.1038/75406
http://dx.doi.org/10.1038/75406
http://dx.doi.org/10.1038/75406
http://dx.doi.org/10.1242/jcs.020321
http://dx.doi.org/10.1242/jcs.020321
http://dx.doi.org/10.1242/jcs.020321
http://dx.doi.org/10.1016/j.molcel.2012.06.008
http://dx.doi.org/10.1016/j.molcel.2012.06.008
http://dx.doi.org/10.1016/j.molcel.2012.06.008
http://dx.doi.org/10.1093/emboj/19.24.6704
http://dx.doi.org/10.1093/emboj/19.24.6704
http://dx.doi.org/10.1093/emboj/19.24.6704
http://dx.doi.org/10.1152/physrev.00027.2011
http://dx.doi.org/10.1152/physrev.00027.2011
http://dx.doi.org/10.1152/physrev.00027.2011
http://dx.doi.org/10.1016/j.molcel.2013.08.016
http://dx.doi.org/10.1016/j.molcel.2013.08.016
http://dx.doi.org/10.1016/j.molcel.2013.08.016
http://dx.doi.org/10.1038/nature10317
http://dx.doi.org/10.1038/nature10317
http://dx.doi.org/10.1038/nature10181
http://dx.doi.org/10.1038/nature10181
http://dx.doi.org/10.1038/nature10181
http://dx.doi.org/10.1073/pnas.94.10.4966
http://dx.doi.org/10.1073/pnas.94.10.4966
http://dx.doi.org/10.1073/pnas.94.10.4966
http://dx.doi.org/10.1016/j.molcel.2012.08.023
http://dx.doi.org/10.1016/j.molcel.2012.08.023
http://dx.doi.org/10.1016/j.molcel.2012.08.023
http://dx.doi.org/10.1038/emboj.2011.62
http://dx.doi.org/10.1038/emboj.2011.62
http://dx.doi.org/10.1242/jcs.102608
http://dx.doi.org/10.1242/jcs.102608
http://dx.doi.org/10.1242/jcs.102608
http://dx.doi.org/10.1016/j.cell.2006.10.032
http://dx.doi.org/10.1016/j.cell.2006.10.032
http://dx.doi.org/10.1016/j.cell.2006.10.032
http://dx.doi.org/10.1093/jb/mvs149
http://dx.doi.org/10.1093/jb/mvs149
http://dx.doi.org/10.1073/pnas.1209997109
http://dx.doi.org/10.1073/pnas.1209997109
http://dx.doi.org/10.1242/jcs.066738
http://dx.doi.org/10.1242/jcs.066738
http://dx.doi.org/10.1042/BJ20101737
http://dx.doi.org/10.1042/BJ20101737
http://dx.doi.org/10.1371/journal.pone.0059590
http://dx.doi.org/10.1371/journal.pone.0059590
http://dx.doi.org/10.1371/journal.pone.0059590
http://dx.doi.org/10.1371/journal.pone.0059590
http://dx.doi.org/10.1016/j.abb.2004.12.020
http://dx.doi.org/10.1016/j.abb.2004.12.020
http://dx.doi.org/10.1016/j.abb.2004.12.020
http://dx.doi.org/10.7554/eLife.01369
http://dx.doi.org/10.7554/eLife.01369
http://dx.doi.org/10.7554/eLife.01369
http://dx.doi.org/10.1007/s12253-013-9657-6
http://dx.doi.org/10.1007/s12253-013-9657-6
http://dx.doi.org/10.1007/s12253-013-9657-6
http://dx.doi.org/10.1007/s12253-013-9657-6
http://dx.doi.org/10.1006/bbrc.2001.5701
http://dx.doi.org/10.1006/bbrc.2001.5701
http://dx.doi.org/10.1006/bbrc.2001.5701
http://dx.doi.org/10.1006/bbrc.2001.5701
http://dx.doi.org/10.1038/nature09296
http://dx.doi.org/10.1038/nature09296
http://dx.doi.org/10.1038/nature09296
http://dx.doi.org/10.1083/jcb.200908092
http://dx.doi.org/10.1083/jcb.200908092
http://dx.doi.org/10.1083/jcb.200908092
http://dx.doi.org/10.1016/j.cell.2013.06.003
http://dx.doi.org/10.1016/j.cell.2013.06.003
http://dx.doi.org/10.1016/j.cell.2013.06.003
http://dx.doi.org/10.1016/j.cell.2013.06.003
http://dx.doi.org/10.1242/jcs.145565
http://dx.doi.org/10.1242/jcs.145565
http://dx.doi.org/10.1007/s12672-013-0151-0
http://dx.doi.org/10.1007/s12672-013-0151-0
http://dx.doi.org/10.1007/s12672-013-0151-0
http://dx.doi.org/10.3109/09687680903333839
http://dx.doi.org/10.3109/09687680903333839
http://dx.doi.org/10.3109/09687680903333839
http://dx.doi.org/10.1016/j.devcel.2012.10.012
http://dx.doi.org/10.1016/j.devcel.2012.10.012
http://dx.doi.org/10.1016/j.molcel.2014.05.025
http://dx.doi.org/10.1016/j.molcel.2014.05.025
http://dx.doi.org/10.1016/j.molcel.2014.05.025
http://dx.doi.org/10.1158/0008-5472.CAN-07-5989
http://dx.doi.org/10.1158/0008-5472.CAN-07-5989
http://dx.doi.org/10.1158/0008-5472.CAN-07-5989
http://dx.doi.org/10.1007/s12013-010-9138-4
http://dx.doi.org/10.1007/s12013-010-9138-4
http://dx.doi.org/10.1007/s12013-010-9138-4
http://dx.doi.org/10.1007/s12013-010-9138-4
http://dx.doi.org/10.1073/pnas.1207518110
http://dx.doi.org/10.1073/pnas.1207518110
http://dx.doi.org/10.1073/pnas.1207518110
http://dx.doi.org/10.1073/pnas.1207518110
http://dx.doi.org/10.1016/j.cell.2007.01.036
http://dx.doi.org/10.1016/j.cell.2007.01.036
http://dx.doi.org/10.1016/j.cell.2006.11.018
http://dx.doi.org/10.1016/j.cell.2006.11.018
http://dx.doi.org/10.1083/jcb.200712028
http://dx.doi.org/10.1083/jcb.200712028
http://dx.doi.org/10.1083/jcb.200712028
http://dx.doi.org/10.1016/j.molcel.2011.05.010
http://dx.doi.org/10.1016/j.molcel.2011.05.010
http://dx.doi.org/10.1016/j.molcel.2011.05.010
http://dx.doi.org/10.1042/BJ20130100
http://dx.doi.org/10.1042/BJ20130100
http://dx.doi.org/10.1042/BJ20130100
http://dx.doi.org/10.1016/j.yexcr.2006.04.020
http://dx.doi.org/10.1016/j.yexcr.2006.04.020


Jo
ur

na
l o

f C
el

l S
ci

en
ce

Bag-6/Bat-3/Scythe and cells with reduced levels of either protein display
persistence of few misaligned chromosomes and mitotic arrest. Exp. Cell Res.
312, 2500-2514.

Xu, Y., Cai, M., Yang, Y., Huang, L. and Ye, Y. (2012). SGTA recognizes a
noncanonical ubiquitin-like domain in the Bag6-Ubl4A-Trc35 complex to
promote endoplasmic reticulum-associated degradation. Cell Reports 2, 1633-
1644.

Xu, Y., Liu, Y., Lee, J.-G. and Ye, Y. (2013). A ubiquitin-like domain recruits an
oligomeric chaperone to a retrotranslocation complex in endoplasmic reticulum-
associated degradation. J. Biol. Chem. 288, 18068-18076.

Xue, Q., Lv, L., Wan, C., Chen, B., Li, M., Ni, T., Liu, Y., Liu, Y., Cong, X., Zhou,
Y. et al. (2013). Expression and clinical role of small glutamine-rich
tetratricopeptide repeat (TPR)-containing protein alpha (SGTA) as a novel cell
cycle protein in NSCLC. J. Cancer Res. Clin. Oncol. 139, 1539-1549.

Yewdell, J. W., Lacsina, J. R., Rechsteiner, M. C. and Nicchitta, C. V. (2011).
Out with the old, in with the new? Comparing methods for measuring protein
degradation. Cell Biol. Int. 35, 457-462.

Zhang, Z.-R., Bonifacino, J. S. and Hegde, R. S. (2013). Deubiquitinases
sharpen substrate discrimination during membrane protein degradation from the
ER. Cell 154, 609-622.

RESEARCH ARTICLE Journal of Cell Science (2014) 127, 4728–4739 doi:10.1242/jcs.155648

4739

http://dx.doi.org/10.1016/j.yexcr.2006.04.020
http://dx.doi.org/10.1016/j.yexcr.2006.04.020
http://dx.doi.org/10.1016/j.yexcr.2006.04.020
http://dx.doi.org/10.1016/j.celrep.2012.11.010
http://dx.doi.org/10.1016/j.celrep.2012.11.010
http://dx.doi.org/10.1016/j.celrep.2012.11.010
http://dx.doi.org/10.1016/j.celrep.2012.11.010
http://dx.doi.org/10.1074/jbc.M112.449199
http://dx.doi.org/10.1074/jbc.M112.449199
http://dx.doi.org/10.1074/jbc.M112.449199
http://dx.doi.org/10.1007/s00432-013-1474-5
http://dx.doi.org/10.1007/s00432-013-1474-5
http://dx.doi.org/10.1007/s00432-013-1474-5
http://dx.doi.org/10.1007/s00432-013-1474-5
http://dx.doi.org/10.1042/CBI20110055
http://dx.doi.org/10.1042/CBI20110055
http://dx.doi.org/10.1042/CBI20110055
http://dx.doi.org/10.1016/j.cell.2013.06.038
http://dx.doi.org/10.1016/j.cell.2013.06.038
http://dx.doi.org/10.1016/j.cell.2013.06.038

	Fig 1
	Fig 2
	Fig 3
	Fig 4
	Fig 5
	Fig 6
	Fig 7
	Ref 1
	Ref 2
	Ref 3
	Ref 4
	Ref 5
	Ref 6
	Ref 7
	Ref 8
	Ref 9
	Ref 10
	Ref 11
	Ref 12
	Ref 13
	Ref 14
	Ref 15
	Ref 16
	Ref 17
	Ref 18
	Ref 19
	Ref 20
	Ref 21
	Ref 22
	Ref 23
	Ref 24
	Ref 25
	Ref 26
	Ref 27
	Ref 28
	Ref 29
	Ref 30
	Ref 31
	Ref 32
	Ref 33
	Ref 34
	Ref 35
	Ref 36
	Ref 37
	Ref 38
	Ref 39
	Ref 40
	Ref 41
	Ref 42
	Ref 43
	Ref 44
	Ref 45
	Ref 46
	Ref 47
	Ref 48
	Ref 49
	Ref 50
	Ref 51
	Ref 52
	Ref 53
	Ref 54
	Ref 55
	Ref 56
	Ref 57
	Ref 58


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 30%)
  /CalRGBProfile (None)
  /CalCMYKProfile (U.S. Sheetfed Coated v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed false
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /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 false
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth 8
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 200
  /GrayImageDepth 8
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly true
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (Euroscale Coated v2)
  /PDFXOutputConditionIdentifier (FOGRA1)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /CreateJDFFile false
  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /FRA <>
    /JPN <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
    /ENU (Settings for the Rampage workflow.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


