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yeast ubx4 mutant, but not the ER-associated

degradation defect
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Abstract

polymerase.

Background: In mammalian cells, ASPL is involved in insulin-stimulated redistribution of the glucose transporter
GLUT4 and assembly of the Golgi apparatus. Its putative yeast orthologue, Ubx4, is important for proteasome
localization, endoplasmic reticulum-associated protein degradation (ERAD), and UV-induced degradation of RNA

Results: Here, we show that ASPL is a cofactor of the hexameric ATPase complex, known as p97 or VCP in
mammals and Cdc48 in yeast. In addition, ASPL interacts in vitro with NSF, another hexameric ATPase complex.
ASPL localizes to the ER membrane. The central area in ASPL, containing both a SHP box and a UBX domain, is
required for binding to the p97 N-domain. Knock-down of ASPL does not impair degradation of misfolded secretory
proteins via the ERAD pathway. Deletion of UBX4 in yeast causes cycloheximide sensitivity, while ubx4 cdc48-3
double mutations cause proteasome mislocalization. ASPL alleviates these defects, but not the impaired ERAD.

Conclusions: In conclusion, ASPL and Ubx4 are homologous proteins with only partially overlapping functions.
Both interact with p97/Cdc48, but while Ubx4 is important for ERAD, ASPL appears not to share this function.

Keywords: Ubiquitin, Proteasome, Chaperone, Degradation

Background

The protein, named alveolar soft part sarcoma locus
(ASPL), was first described as part of an oncogenic fusion
protein with a transcription factor in alveolar soft part sar-
coma tumors [1]. The normal, unfused ASPL protein con-
tains an N-terminal UBL domain and a C-terminal UBX
domain and orthologues are present in most eukaryotic
species. However, the function of the ASPL protein
remained unknown until it appeared in a functional
screen for proteins involved in insulin-stimulated re-
distribution of the glucose transporter GLUT4 [2]. It
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was shown that ASPL binds GLUT4 directly and se-
questers GLUT4 to intracellular vesicles in the absence
of insulin, and ASPL was thus also named TUG for
“tether containing UBX domain for GLUT4” [2]. Fur-
ther studies revealed that depletion of ASPL/TUG by
siRNA also enhances GLUT4 translocation to the
plasma membrane and glucose uptake in adipocytes
[3]. More recently, ASPL/TUG was shown to regulate
assembly of the Golgi compartment [4].

Previous studies have linked both integral UBL domain
proteins [5] and UBX domain proteins [6] to the ubiquitin-
proteasome system, and since ASPL contains both, it is
likely also to play a role in intracellular proteolysis. The
structure of the ASPL/TUG UBL domain has been solved
[7]. The structure shows the typical ubiquitin-like B-grasp
fold, although some differences to ubiquitin, in particular
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the lack of the hydrophobic patch surrounding Ile44, were
noted. Some UBL domain-containing proteins, such as hu-
man BAG-1 [8] and yeast Rad23 [9], utilize their UBL do-
mains to interact with subunits of the 26S proteasome.
However, the UBL domain is not a general proteasome-
interacting domain [10] and binding to unrelated compo-
nents has been reported [11]. In the case of ASPL, the
UBL domain was recently proposed to become cleaved
and function as a novel ubiquitin-like modifier [12].

The UBX domains also resemble ubiquitin and ubiquitin-
like domains [13], and with few exceptions, all characterized
UBX domains are implicated in binding to the AAA
(ATPase associated with various activities) ATPase, known
as p97 or valosin-containing protein (VCP) in mammals
and Cdc48 in yeast [6,14,15]. Structurally, p97 resembles an-
other AAA type ATPase specifically involved in vesicle fu-
sion, named NSF [16]. The p97 ATPase is a ring-shaped
homohexameric chaperone-like complex [17-21]. The
monomer is a phylogenetically highly conserved protein
that contains two AAA modules, called D1 and D2, that
couple coordinated ATP-hydrolysis to conformational
changes of the hexameric complex [22]. The ATP-driven
conformational changes allow p97 to physically disassem-
ble protein complexes and segregate proteins from their
binding partners [23,24]. This “segregase” activity [25,19] is
probably limited to ubiquitylated proteins and is essential
for a number of cellular pathways, including membrane
fusion [26], protein degradation [27,28] and transcription
factor maturation through limited degradation [29,25].
Although p97 may bind ubiquitylated substrates directly
[25], a series of p97 cofactors that recruit and/or process
substrates has been characterized [30]. Functionally, these
cofactors are diverse, and each probably directs p97 to a
particular cell function. For instance, the UBX domain pro-
teins p47 and Ubxd7 direct p97 to functions in membrane
fusion [26] and protein degradation [15,31], respectively.

Previous studies have also connected p97 and its
cofactors with the degradation of misfolded proteins,
derived from endoplasmic reticulum (ER), via the ER-
associated degradation (ERAD) pathway [32,33]. In this
degradation pathway, misfolded secretory proteins are
first recognized by ER luminal chaperones. Then, the
proteins are retrotranslocated back to the cytoplasm,
ubiquitylated, and finally degraded by the 26S prote-
asome [34]. The energy used to extract the proteins is
provided by p97-catalyzed ATP-hydrolysis.

The putative yeast orthologue of the human UBX-
domain protein ASPL, Ubx4, has been shown to regulate
ERAD [35], and UV-induced degradation of RNA poly-
merase [36]. More recently, it was shown that budding
yeast cdc48 and ubx4 double mutants mislocalize 26S
proteasomes into foci at the nuclear envelope [37].
Moreover, ubx4 null mutants display synthetic lethality
with deletion mutants in the rpn4 transcriptional
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activator for proteasome subunits and umpl, encoding
a proteasome-assembly chaperone [37], suggesting that
Ubx4 regulates proteasome maturation and trafficking.
For our understanding of p97, it is important that we
obtain more detailed knowledge of its various cofactors,
of which at least 20 have been found so far [30]. Using a
yeast two-hybrid approach, we identified ASPL as a p97
cofactor. Our characterization of ASPL revealed that
ASPL is a widely expressed protein that binds directly to
p97 and NSEF. Although human ASPL only displays weak
sequence similarity to its putative yeast orthologue,
Ubx4, expression of human ASPL in a budding yeast
ubx4/A mutant partially rescues the cycloheximide sensi-
tivity and proteasome mislocalization phenotypes in
ubx4A strains. This suggests that ASPL is a functional
orthologue of yeast Ubx4. However, the ERAD defect in
the ubx4 null mutant is not affected by ASPL expression,
and knock-down of ASPL expression in human cells
does not lead to a stabilization of the model ERAD sub-
strates, CD38 and TCRa. Collectively, this suggests that
human ASPL and budding yeast Ubx4 are multifunc-
tional proteins that share some, but not all functions.

Results and discussion
ASPL is a conserved eukaryotic protein that interacts with
p97
In a yeast two-hybrid screen of a HeLa cell ¢cDNA li-
brary, using human p97 as a bait, several UBX domain
proteins were found. These included p47, ASPL as well
as Ubxdl, Ubxd2, Ubxd8, and Rep8 (Figure la). Previ-
ously, most of these proteins have been described in the
context of p97-binding, and connected with p97-relevant
functions [26,15,38,39]. The human ASPL protein is 77%
identical with its murine orthologue and 47% identical
with its orthologue in Xenopus laevis (Additional file 1:
Figure S1). ASPL is found in most eukaryotes. The closest
homologue to ASPL in plants is PUX1, a known p97
cofactor [40,41]. The putative budding yeast ortholo-
gue is Ubx4. However, Ubx4 is only weakly homolo-
gous to human ASPL (18% overall sequence identity)
(Additional file 1: Figure S2). ASPL contains a UBL do-
main near the N-terminus, and a UBX domain near the
C-terminus (Additional file 1: Figure S1). In addition, by
sequence analyses we found a low homology UBX domain
at position 89-169 which we named LHU for low hom-
ology UBX domain and a putative p97-binding SHP-box
between residues 244 and 254. Curiously, the SHP box is
not conserved in budding yeast Ubx4 (Additional file 1:
Figure S2). The UBX domain and SHP box are regarded
as general p97-interacting modules, indicating that ASPL
was a valid target of p97 in the yeast two-hybrid screen.
To obtain further information on ASPL interacting
proteins, we performed another round of yeast two-
hybrid screening, now using full length ASPL as bait.
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Figure 1 ASPL interacts with p97 via the UBX domain. (a) Yeast two-hybrid analyses of p97 using the HIS3 reporter gene. Co-transformation
of p97 bait with the indicated p97 binding partner preys supported cell growth under conditions selecting for interaction (in the absence of
histidine and the presence of 25 mM 3-aminotriazol (3AT)) (right panel). An empty prey vector served as a negative control. (b) Yeast two-hybrid
analyses of ASPL using the HIS3 reporter gene. Co-transformation of ASPL bait with p97 or NSF preys supported cell growth under conditions selecting
for interaction (in the absence of histidine and the presence of 25 mM 3-aminotriazol (3AT)) (right panel). An empty prey vector served as a negative
control. () Purified 6His-tagged p97 was incubated with GST or GST-tagged ASPL and precipitated with glutathione (GSH) Sepharose. Bound proteins

were analyzed by SDS-PAGE and blotting using antibodies to p97 (upper panel) Even loading was checked by staining with Coomassie Brilliant Blue
(CBB) (lower panel). (d) Purified 6His-tagged NSF was incubated with GST or GST-tagged ASPL and precipitated with glutathione (GSH) Sepharose.
Bound proteins were analyzed by SDS-PAGE and blotting using antibodies to the 6His-tag on NSF (upper panels). Even loading was checked by
staining with Coomassie Brilliant Blue (CBB) (lower panel). Interaction to NSF was only evident when no detergents were included in the
buffer system. In the presence of 0.5% Triton X-100 no interaction between ASPL and NSF was observed. (e) MelluSo cell lysates were used
in immunoprecipitation (IP) experiments with antibodies to ASPL and Protein A Sepharose or as a control Protein A Sepharose beads only.
SDS-PAGE and blotting revealed that ASPL co-precipitated p97, but not NSF or the Rpn1 or a subunits of the 26S proteasome.

Here the isolated clones encoded either p97 or the N-
ethylmaleimide (NEM) sensitive factor (NSF). When
comparing the p97 and NSF clones, we noticed that p97
activated the HIS3 reporter gene stronger than did NSF
(Figure 1b).

In order to confirm the yeast two-hybrid interactions,
GST and GST-tagged ASPL (Figure 1c and Figure 1d) were
expressed and purified from E. coli. The fusion proteins
were used in precipitation experiments with 6His-tagged
p97 and 6His-tagged NSF, produced in E. coli. GST-ASPL
precipitated p97 (Figure 1c) and NSF (Figure 1d) whereas,
under the same conditions, GST did not, thus confirming
that ASPL interacts directly with p97 and NSF. However,
we noted that the ASPL-NSF interaction was lost when de-
tergents were included in the buffer system (Figure 1d).

To determine if the identified protein-protein interac-
tions also occur in vivo, between the endogenous pro-
teins, we immunoprecipitated ASPL from mammalian
cell extracts and analyzed the precipitated material by

blotting for p97 and NSEF. Indeed, the interaction between
p97 and ASPL was also evident between the endogenous
proteins (Figure 1e). However, we did not detect any NSF
in the immunoprecipitates (Figure 1e), even after chemical
cross-linking (not shown). This suggests that either the
ASPL-NSF interaction in vivo is weak and/or transient, or
that the proteins do not interact in vivo. We therefore de-
cided not pursue the interaction between NSF and ASPL
further. Since ASPL contains a UBL domain, and some
UBL domain proteins function as proteasome co-factors
[10], we also tested if ASPL interacts with 26S protea-
somes. However, since neither the Rpnl subunit of the
19S proteasome complex nor the a-subunits 20S prote-
asome complex were recovered in the ASPL immunopre-
cipitate, we conclude that APSL is not associated with 26S
proteasomes in mammalian cells (Figure 1e).

Next, we decided to map the interaction between
ASPL and p97. Further GST-precipitation experiments
using full length ASPL and various ASPL truncations
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(Figure 2a) revealed that the C-terminal UBX domain
was not able to precipitate p97 (Figure 2b). Curiously,
the construct, lacking the UBX domain, did also not co-
precipitate p97 (Figure 2b), indicating that efficient bind-
ing to ASPL requires an extended central area containing
multiple interaction areas. Further truncations revealed
that the N-terminal half of ASPL, containing the UBL and
LHU domains, failed to interact with p97 (Figure 2b),
while the central area containing the SHP box and UBX
domain did bind p97 (Figure 2b), although with a reduced
affinity. Further co-precipitation experiments using trun-
cated 6His-tagged versions p97 (Figure 2c) and full length
GST-tagged ASPL revealed that ASPL interacts with the
p97 N-domain (Figure 2d). We conclude that ASPL asso-
ciates with the p97 N-domain via the central area, con-
taining the SHP box and UBX domain.

ASPL is a widely expressed protein and localizes to the
ER-membrane

Since p97 and NSF are connected with a range of basic
cellular functions, their cofactors are expected to be
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widely expressed. However, some p97 cofactors display
a very narrow tissue expression profile [39]. To deter-
mine the tissue distribution of ASPL on the protein
level, we separated protein extracts from various rat
tissues by SDS-PAGE and probed blots for the pres-
ence of ASPL. We found that ASPL was expressed in
all the tested tissues, but was less abundant in kidney
(Figure 3a).

Next, we sought to determine the subcellular localization
of ASPL. Separation of cell lysates into a soluble and
insoluble fraction revealed that ASPL is largely soluble
(Figure 3b).

Recently, endogenous ASPL was shown to co-localize
with ERGIC-53 at the ER-Golgi intermediate compart-
ment [4]. In our hands, the commercially available anti-
bodies to ASPL were not functional for immunofluorescence
microscopy. HeLa cells were therefore transiently transfected
to express full length ASPL with a C-terminal GFP-tag. The
GFP signal appeared throughout the cells, but was increased
at the ER, as determined by concurrent staining of the ER
protein, calnexin (Figure 3c).
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Figure 2 ASPL interacts with the p97 N-domain. (a) Schematic diagram of the ASPL domain organization and the various truncations used in
the precipitation experiments. (b) Purified 6His-tagged p97 was incubated with GST or the indicated GST-tagged ASPL truncations and precipitated
with glutathione (GSH) Sepharose. Bound proteins were analyzed by SDS-PAGE and blotting using antibodies to the 6His-tag on p97 (upper panel).
Even loading was checked by staining with Coomassie Brilliant Blue (CBB) (lower panel). (c) Schematic diagram of the p97 domain organization and
the various truncations used in the precipitation experiments. (d) Purified 6His-tagged p97 and p97 truncations were incubated with GST and
GST-tagged ASPL before precipitation and analysis by SDS-PAGE and blotting using antibodies specific for the 6His-tagged p97 proteins
(upper panel). Even loading was checked by staining with Coomassie Brilliant Blue (CBB) (lower panel).
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Figure 3 Expression and localization of ASPL. (a) The rat tissues were analyzed by SDS-PAGE and blotting using antibodies specific for ASPL
(upper panel) and tubulin (lower panel). ASPL was present in most tissues, but less abundant in kidney. (b) Hela cells lysates were separated by
centrifugation into a soluble (Sol) and insoluble (Pellet) fraction and analyzed by SDS-PAGE and blotting using antibodies to the listed proteins.
Calnexin served as a control for an insoluble (transmembrane) protein, while Txnl1 served as a control for a soluble protein. (c) Confocal micrographs
of Hela cells transfected to express ASPL with a C-terminal GFP-tag. The localization of ASPL in formaldehyde-fixed cells was detected with anti-GFP
antibodies (green) (left panel), and compared with the localization of the ER protein calnexin (red) (middle panel). In the merged image
(right panel), the signals overlap partially (yellow). The presented cells are derived from different confocal scans. Size-bar =10 pm.

Effect of knock-down of ASPL expression

Since ASPL is a putative orthologue of yeast Ubx4,
which has been connected to ERAD [35], the ERAD
pathway might also be impaired in cells with a decreased
amount of ASPL. To test this prediction, ASPL expres-
sion was knocked-down with siRNA (Figure 4a), and the
degradation kinetics of the model ERAD substrates
CD36-YFP (Figure 4b) and TCRa-HA (Figure 4c) were
analyzed. We observed no significant differences in these
substrates degradation kinetics when ASPL was lacking
(Figure 4b and Figure 4c). We therefore conclude that
ASPL, unlike its putative yeast orthologue Ubx4, is not
involved in ERAD, at least with these substrates.

ASPL complements some defects of a budding yeast
ubx4A strain

Yeast mutants lacking Ubx4 have been reported to be
sensitive to stress conditions, including high tempera-
tures, reducing agents and cycloheximide [35]. To test
whether ASPL is a functional orthologue of yeast Ubx4,
we examined whether expression of human ASPL could
rescue the cycloheximide sensitive phenotype of the
UBX4 deletion mutant in S. cerevisiae. To this end, wild
type and ubx4A strains were transformed with an expres-
sion plasmid encoding ASPL and, as a control, an empty
vector. Under normal conditions, cell growth was not af-
fected by loss of Ubx4 or expression of ASPL (Figure 5a).
However, expression of ASPL (Figure 5b) partially rescued
the cycloheximide-dependent growth defect of the ubx4A
mutant (Figure 5a), revealing that ASPL, at least in part,
can remedy the lack of Ubx4 in ubx4A cells. To examine
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Figure 4 ASPL does not influence the degradation of model
ERAD substrates. (a) MelJuSo cells were transfected with control
SiRNA or two different siRNAs, specific for ASPL. After 3 days, the
expression of the indicated proteins was analyzed by SDS-PAGE and
blotting. Actin served as a loading control. (b) MelJuSo cells expressing
YFP-tagged CD36 were analyzed in cultures treated with cycloheximide.
At the indicated times the amount of CD36-YFP was analyzed by
SDS-PAGE and Western blotting using the indicated antibodies.
Antibodies to a-tubulin were used for the loading control. (c) Hela
cells expressing HA-tagged TCRa were analyzed in cultures treated
with cycloheximide. At the indicated times the amount of TCRa-HA
was analyzed by SDS-PAGE and Western blotting using the indicated
antibodies. Antibodies to a-tubulin were used for the loading control.




Madsen et al. BMC Cell Biology 2014, 15:31 Page 6 of 10

http://www.biomedcentral.com/1471-2121/15/31

b

70kDa- Blot: ASPL
100 kDa - m Blot: Pma1

a control

Control
ASPL
Control
ASPL

C wit ubx4A wt  ubx4A
control ASPL control ASPL
0 3060 0 30 60 0 30 60 0O 30 60 min.

70kDa - [m - W e |Botcry:

55 kDa -| | Blot: ubuin

d

Nup49-
mCherry

Pre6-GFP merge

wild type

cdc48-3
PgaL-3HA-UBX4

e galactose glucose

pRS426 pRS426 ASPL UBX4

*k

5 80 - sk

kel

&

o 60

o

4

o 40

=

=

w

= 20 +

o

s

X 0
pRS426 pRS426 ASPL UBX4
galactose glucose
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cycloheximide (CHX). The plates were incubated at 30°C until colonies formed. (b) Extracts from the indicated strains were resolved by SDS-PAGE
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grown in synthetic medium containing glucose and analyzed by fluorescence microscopy. (e) Yeast 2 u plasmids carrying ASPL or UBX4
genes were transformed into PREG-GFP cdc48-3 Pgai-3HA-UBX4 strain. Transformation with the empty vector pRS426 serves as negative control.
Cells were grown in synthetic medium containing galactose or glucose to induce or repress, respectively, UBX4 and analyzed by fluorescence
microscopy. (f) The percentage of cells containing Pre6-GFP foci were quantified and shown as average and standard deviation for
three independent experiments. Bar, 2 um. (**, p < 0.01).

if ASPL expression could also alleviate the ERAD defect
in the ubx4A strain, we followed the degradation of the
ERAD substrate CPY*. As expected, we found that dele-
tion of UBX4 led to an impaired degradation of CPY*
(Figure 5c). However, ectopic expression of ASPL had no
effect on the CPY* degradation (Figure 5c).

More recently, Ubx4 was shown to regulate prote-
asome localization along with Cdc48 [37]. In mamma-
lian cells, proteasomes are distributed throughout the
cytosol and nucleus [42], while in budding yeast, protea-
somes are enriched in the nucleus [43]. We found that
proteasomes, as visualized by Pre6-GFP, concentrated to
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a discrete spot when UBX4 expression was repressed
through GAL promoter in the cdc48-3 strain (Figure 5d).
This mislocalization was fully suppressed by ectopic ex-
pression of UBX4, and partially suppressed by expression
of ASPL (Figure 5,e and f), revealing that this function is
conserved between the yeast and human proteins.

Finally, we tested if ASPL also affected proteasome
localization in human cells. Under normal conditions we
found proteasomes fairly evenly spread throughout the
cytosol and nucleus (Additional file 1: Figure S3), and this
localization was not changed upon knock-down of ASPL
expression (Additional file 1: Figure S3). Hence, either
ASPL does not regulate the subcellular localization of pro-
teasomes in mammalian cells, or perhaps this function of
ASPL is redundant with other components in higher
eukaryotes.

Conclusions

Recently, it was reported that ASPL is required for re-
assembly of the Golgi apparatus [4]. On most points,
e.g. association with p97, interaction mapping and
subcellular localization, our data largely agree with
these published results. In addition, we show here that
human ASPL can partially complement the cyclohexi-
mide sensitive phenotype and proteasome mislocaliza-
tion of budding yeast mutants, devoid of Ubx4. However,
heterologous ASPL expression does not restore ERAD in
the ubx4A mutant. Thus, unlike Ubx4, human ASPL is
not involved in ERAD, but rather shares some other cellu-
lar functions with Ubx4, including regulation of prote-
asome localization.

Methods

Buffers

The buffers were: Buffer A, 25 mM Tris/HCl pH 7.5,
2 mM MgCl,, 2 mM ATP, 50 mM NaCl, 1 mM DTT,
10% (v/v) glycerol, 0.1% (v/v) Triton X-100. Buffer B,
33 mM Hepes pH 7.3, 150 mM potassium acetate, 10%
(v/v) glycerol, 1% (w/v) DeoxyBigChap (Fluka). Buffer C,
33 mM Hepes pH 7.3, 150 mM potassium acetate, 10%
(v/v) glycerol, 0.2% (w/v) DeoxyBigChap (Fluka), 1 mg/
mL BSA. Buffer D, 25 mM Tris/HCl pH 7.5, 2 mM ATP,
50 mM NaCl, 1 mM DTT, 10% (v/v) glycerol. In cell ly-
sates, all buffers were supplemented with Complete pro-
tease inhibitor cocktail tablets (EDTA-free, Roche) and
1 mM PMSE.

Plasmids and expression

For expression of recombinant ASPL, full-length cDNA
and various truncations encoding human ASPL were
transferred to the appropriate Gateway destination vec-
tors (Invitrogen). The expression constructs for human
p97 were kindly provided by Prof. Hemmo H. Meyer
(Zurich, Switzerland). The expression construct for 6His-
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tagged NSF was kindly provided by Prof. Sidney W.
Whiteheart (Kentucky, USA). Transformed E. coli BL21*
(DE3), M15 or Rosetta cells, expressing tagged protein,
were lysed by sonication in one volume of buffer A for
p97-related experiments and in buffer D for NSF-related
experiments. The extracts were cleared by centrifugation
(12000 g, 30 min) and the fusion protein was purified by
standard methods.

Yeast two-hybrid

Yeast two-hybrid screening using full length human p97
was performed on a HeLa cell cDNA library (Invitrogen)
using the ProQuest yeast two-hybrid system (Invitrogen)
according to the protocol supplied by the manufacturer.

Saccharomyces cerevisiae strains and techniques

The genetic backgrounds of the S. cerevisiae strains used
in this study were W303 (MATa ade2-locre canl-100
his3-11, 15 leu2-3, 112 trpl-1 ura3-1 prcl-1) and W303
ubx4::kanMX [35]. These strains were generously pro-
vided by Prof. Dieter H. Wolf (Stuttgart, Germany). The
strains were transformed using lithium acetate with ex-
pression plasmids for human ASPL or as a control
pEMBLyex4.

Cell culture

MelJuSo cells, stably transfected to express YFP-tagged
CD338 [44], were kindly supplied by Dr. Nico P. Dantuma
(Stockholm, Sweden). HeLa cells, stably transfected to ex-
press HA-tagged TCRa [45], were kindly provided by
Dr. Cezary Wojcik (Evansville, USA). These cells and
standard HeLa cells were maintained in Dulbecco’s modi-
fied Eagle’s minimal essential medium (DMEM) supple-
mented with 10% newborn-calf serum (Invitrogen) at 37°C
in a humidified atmosphere containing 7.5% CO,.

Electrophoresis and blotting

Proteins were separated on 7 cm x 8 cm 12.5% acrylamide
gels. Proteins were transferred to BA83 (Schleicher &
Schuell) nitrocellulose membranes and probed with anti-
bodies as indicated.

Antibodies

Antibodies and their sources were: anti-human ASPL
(Abcam and Cell Signaling), anti-NSF (NSF-1 monoclonal
purchased from Abcam), anti-his (Qiagen), anti-GFP (Invi-
trogen), anti-tubulin and anti-B-actin (Abcam), anti-human
Rpnl (p112, Enzo) and anti-20S proteasome o-subunits
(MCP231, Enzo). The antibodies to p97 have been described
previously [46]. Several antibodies were kindly provided by
the following investigators: anti-calnexin (Prof. Ari Helenius,
Ziirich, Switzerland), anti-Pmal (Prof. Per A. Pedersen,
Copenhagen, Denmark), anti-CPY* (Prof. Jakob R. Winther,
Copenhagen, Denmark).
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Yeast extracts and growth assays

The transformed yeast strains were grown to late expo-
nential phase and lysed directly or used for cyclohexi-
mide decay assays prior lysis. Cell lysis was performed
using NaOH. Briefly, cells were harvested and resus-
pended in 1-2 volumes water. A 0.6 M NaOH stock so-
lution was added to give a final concentration of 0.1 M
NaOH and the cells were incubated for 5 min at room
temperature. Subsequently, the cells were pelleted and
resuspended in SDS sample buffer, boiled for 20 minutes
and finally sonicated for 20 seconds.

For growth assays, cells in exponential phase were
washed once in water and resuspended to an ODgyonm
of 0.4 in water. Five-fold dilution series were prepared of
each culture in water and 5 pL of each dilution were
spotted onto solid minimal media with or without
0.2 pg/mL cycloheximide and grown at 30°C.

Transfection of siRNA

HeLa cells expressing HA-tagged TCRa or MelJuSo cells
expressing YFP-tagged CD3d were forward transfected
with 50 nM siRNA using either DharmaFECT (Dharma-
con) or Lipofectamine RNAIMAX (Invitrogen), respect-
ively. Briefly for HeLa, exponentially growing cells were
washed in PBS and incubated for 24 hours with a solu-
tion containing siRNA, 0.4% Dharmafect in DMEM sup-
plemented with 1% calf serum. The medium was then
changed to DMEM with 10% serum. For MelJuSo cells,
the siRNA and Lipofectamine RNAIMAX were mixed
directly in OptiMEM (Invitrogen) and carefully added to
exponentially growing cell. Cycloheximide decay assays
were performed 72 hours after transfection.

Co-precipitation experiments

For in vitro binding studies, GST and GST-tagged ASPL
variants were expressed in E. coli and bound to Glutathi-
one Sepharose (GE Healthcare). Equal amounts of puri-
fied, immobilized proteins were incubated with cleared
E. coli lysate containing either recombinant 6His-tagged
p97 or 6His-tagged NSF for 2 hours at 4°C under gentle
agitation. Subsequently, the lysate was removed and the
beads were washed 3 times in buffer A for p97 and in
buffer D for NSF pull downs. The immobilized proteins
were eluted in 4 x SDS sample buffer, subjected to SDS-
PAGE and visualized by Western blotting and/or Coo-
massie Brilliant Blue staining.

For in vivo binding studies, HeLa cells were lysed in
buffer B under gentle agitation for 30 min for p97-
related experiments. For NSF-related experiments Mel-
JuSo cells were resuspended in buffer D and lysed via
sonication. Cell extracts were cleared by centrifugation
at 12000 g for 20 minutes and either incubated with
Protein A Sepharose alone as a control or with an anti-
body to ASPL (1:100, Cell Signaling) for 30 minutes at
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4°C before adding Protein A Sepharose (GE Healthcare)
to the antibody containing samples. After further incu-
bation for 1.5 hours at 4°C under gentle agitation, the
supernatant was carefully removed and the beads were
washed 3 times in either buffer C or in buffer D for p97
or NSF co-precipitation, respectively. Bound proteins
were eluted in SDS sample buffer, subjected to SDS-
PAGE and visualized by Western blotting.

Protein degradation experiments

The degradation of CD35-YFP, TCRa-HA and CPY* was
followed in cultures treated with cycloheximide as de-
scribed [47,35].

Differential centrifugation
Differential centrifugation was performed as described [48].

Fluorescence microscopy of Hela cells

For fluorescence microscopy, HeLa cells were plated in
4-well Permanox LabTek chamber slides (Nunc) and
transiently transfected with plasmids for expression of
ASPL and ASPL truncations with a C-terminal GFP-tag,
using Lipofectamine 2000 according to the manufac-
turer’s instructions (Invitrogen). About 48 hours after
transfection, cells were fixed in formaldehyde and stained
with mouse anti-GFP and rabbit anti-calnexin in combin-
ation with Alexa 488-conjugated goat anti-mouse and
Alexa 543-conjugated goat anti-rabbit antibodies (Invitro-
gen), respectively.

Confocal micrographs were obtained with a Radiance
2000 confocal laser scanning system (BioRad) attached
to an inverted Nikon Eclipse TE 200 microscope. Scans
were performed with a pixel resolution of 0.062 pum
using a 60x objective, Ar and HeNe lasers, a 560 DCLP
dichroic mirror, a HQ 515/30 emission filter (for Alexa
488) and an E570LP emission filter (for Alexa 543).

For the immunofluorescence microscopy of protea-
somes in HeLa cells, siRNAs were transfected using
RNAIMAX (Invitrogen) 48 hours prior to fixation in for-
malin (Sigma). The cells were then washed in PBS and
permabelized in 0.2% Triton X-100 in PBS for 5 minutes
at room temperature before 5 mg/mL BSA (Sigma) in
20 mM glycine in PBS was applied for 30 minutes at room
temperature. The antibodies used for detection were:
MCP34 to proteasome subunit o4 (Enzo) and TBP1-19 to
proteasome subunit Rpt5 (Enzo) diluted 1:100, and Alexa
Fluor 594 goat anti-mouse IgG (Invitrogen) diluted 1:1000.
Images were acquired using a fluorescence microscope
(Zeiss Axiolmager Z1) and CCD camera (Hamamatsu
ORCA-ER).

Fluorescence microscopy of yeast cells
For experiments on proteasome localization, cells were
first grown in synthetic medium lacking uracil to maintain



Madsen et al. BMC Cell Biology 2014, 15:31
http://www.biomedcentral.com/1471-2121/15/31

the 2 p plasmid and containing galactose to express
UBX4. At early exponential phase, the cell culture was ei-
ther maintained in the same medium or shifted to glucose
medium to suppress UBX4 for another 3 hours at 25°C.
The fluorescence images were acquired with a 100x
1.4 N/A objective and CoolSNAP HQ®> CCD camera
(Photometircs) on Olympus IX71 fluorescence microscope
controlled by DeltaVision system (Applied Precision).
Z-stacks of 13 optical sections with 0.5 pm spacing
were collected and processed by Softworx software.
Projections of maximum intensity were shown.

Supporting data
The present article contains supporting data.
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Abbreviations

ASPL: Alveolar soft part sarcoma locus; CBB: Coomassie brilliant blue;

CHX: Cycloheximide; ER: Endoplasmic reticulum; ERAD: ER-associated
degradation; GSH: Glutathione; IP: Immunoprecipitation; LHU: Low homology
UBX; NEM: N-ethylmaleimide; NSF: NEM sensitive factor; TUG: Tether containing
UBX domain of GLUT4; VCP: Valosin-containing protein; 3AT: 3-aminotriazol.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions

LM, KM, IBL, SVN, EGP, PSW, CC. and FK. performed the experiments.
KH. performed the bioinformatic analyses. F.K, M.S, RC. and RH.P. analyzed
the data. FK, LM, RC. and RH.P. wrote the paper. All authors read and
approved the final manuscript.

Acknowledgements

We thank Prof. Hemmo H. Meyer, Prof. Sidney W. Whiteheart, Prof. Nico P.
Dantuma, Prof. Ari Helenius, Prof. Jakob R. Winther, Prof. Per A. Pedersen,
Prof. Cezary Wojcik and Prof. Dieter H. Wolf for sharing valuable reagents. We
thank Dr. Andrea Vala and Anne-Marie Lauridsen for technical assistance and
Dr. Klavs B. Hendil for helpful discussions and comments on the manuscript.
This work has been supported financially by grants to RHP from the Lundbeck
Foundation and the Danish Natural Science Research Council.

Author details

'Department of Biology, University of Copenhagen, Ole Maalges Vej 5,
Copenhagen N DK-2200, Denmark. “Department of Neuroscience and
Pharmacology, University of Copenhagen, Symbion, Box 39, Fruebjergvej 3,
Copenhagen @ DK-2100, Denmark. 3Institute for Genetics, University of
Cologne, Cologne D-50674, Germany. “Institute for Biochemistry, Charité
Universitdtsmedizin, Berlin D-10117, Germany. Institute of Molecular Biology,
Academia Sinica, Taipei 11529, Taiwan.

Received: 8 May 2014 Accepted: 23 July 2014
Published: 31 July 2014

References

1. Ladanyi M, Lui MY, Antonescu CR, Krause-Boehm A, Meindl A, Argani P,
Healey JH, Ueda T, Yoshikawa H, Meloni-Ehrig A, Sorensen PH, Mertens F,
Mandahl N, van den Berghe H, Sciot R, Dal CP, Bridge J: The der(17)t
(X;17)(p11;925) of human alveolar soft part sarcoma fuses the TFE3
transcription factor gene to ASPL, a novel gene at 17925. Oncogene
2001, 20:48-57.

20.

21.

22.

23.

24.

25.

26.

27.

Page 9 of 10

Bogan JS, Hendon N, McKee AE, Tsao TS, Lodish HF: Functional cloning of
TUG as a regulator of GLUT4 glucose transporter trafficking. Nature 2003,
425:727-733.

Yu C, Cresswell J, Loffler MG, Bogan JS: The glucose transporter 4-regulating
protein TUG is essential for highly insulin-responsive glucose uptake in

3 T3-L1 adipocytes. J Biol Chem 2007, 282:7710-7722.

Orme CM, Bogan JS: The UBX domain-containing protein TUG regulates
the p97 ATPase and resides at the endoplasmic reticulum - Golgi
intermediate compartment. J Biol Chem 2012, 287:6679-6692.

Schauber C, Chen L, Tongaonkar P, Vega |, Lambertson D, Potts W, Madura K:
Rad23 links DNA repair to the ubiquitin/proteasome pathway. Nature 1998,
391:715-718.

Schuberth C, Buchberger A: UBX domain proteins: major regulators of the
AAA ATPase Cdc48/p97. Cell Mol Life Sci 2008, 65:2360-2371.

Tettamanzi MC, Yu C, Bogan JS, Hodsdon ME: Solution structure and
backbone dynamics of an N-terminal ubiquitin-like domain in the
GLUT4-regulating protein, TUG. Protein Sci 2006, 15:498-508.

Arndt V, Rogon C, Hohfeld J: To be, or not to be-molecular chaperones in
protein degradation. Cell Mol Life Sci 2007, 64:2525-2541.

Wilkinson CR, Seeger M, Hartmann-Petersen R, Stone M, Wallace M, Semple
C, Gordon C: Proteins containing the UBA domain are able to bind to
multi-ubiquitin chains. Nat Cell Biol 2001, 3:939-943.

Madsen L, Schulze A, Seeger M, Hartmann-Petersen R: Ubiquitin domain
proteins in disease. BMC Biochem 2007, 8(1):S1.

Trempe JF, Chen CX, Grenier K, Camacho EM, Kozlov G, McPherson PS,
Gehring K, Fon EA: SH3 domains from a subset of BAR proteins define a
Ubl-binding domain and implicate parkin in synaptic ubiquitination.
Mol Cell 2009, 36:1034-1047.

Bogan JS, Rubin BR, Yu C, Loffler MG, Orme CM, Belman JP, McNally LJ, Hao M,
Cresswell JA: Endoproteolytic Cleavage of TUG Protein Regulates GLUT4
Glucose Transporter Translocation. J Biol Chem 2012, 287:23932-23%47.
Buchberger A, Howard MJ, Proctor M, Bycroft M: The UBX domain: a
widespread ubiquitin-like module. J Mol Biol 2001, 307:17-24.

Schuberth C, Richly H, Rumpf S, Buchberger A: Shp1 and Ubx2 are
adaptors of Cdc48 involved in ubiquitin-dependent protein degradation.
EMBO Rep 2004, 5:818-824.

Alexandru G, Graumann J, Smith GT, Kolawa NJ, Fang R, Deshaies RJ:
UBXD7 binds multiple ubiquitin ligases and implicates p97 in HIF1alpha
turnover. Cell 2008, 134:804-816.

Zhao C, Slevin JT, Whiteheart SW: Cellular functions of NSF: not just SNAPs
and SNAREs. FEBS Lett 2007, 581:2140-2149.

Bays NW, Wilhovsky SK, Goradia A, Hodgkiss-Harlow K, Hampton RY: HRD4/
NPL4 is required for the proteasomal processing of ubiquitinated ER
proteins. Mol Biol Cell 2001, 12:4114-4128.

Ye Y, Meyer HH, Rapoport TA: The AAA ATPase Cdc48/p97 and its
partners transport proteins from the ER into the cytosol. Nature 2001,
414:652-656.

Braun S, Matuschewski K, Rape M, Thoms S, Jentsch S: Role of the
ubiquitin-selective CDC48(UFD1/NPL4)chaperone (segregase) in ERAD of
OLE1 and other substrates. EMBO J 2002, 21:615-621.

Jarosch E, Geiss-Friedlander R, Meusser B, Walter J, Sommer T: Protein dislocation
from the endoplasmic reticulum-pulling out the suspect. Traffic 2002, 3:530-536.
Rabinovich E, Kerem A, Frohlich KU, Diamant N, Bar-Nun S: AAA-ATPase
p97/Cdc48p, a cytosolic chaperone required for endoplasmic
reticulum-associated protein degradation. Mol Cell Biol 2002, 22:626-634.
Pye VE, Dreveny |, Briggs LC, Sands C, Beuron F, Zhang X, Freemont PS: Going
through the motions: the ATPase cycle of p97. J Struct Biol 2006, 156:12-28.
Beuron F, Dreveny |, Yuan X, Pye VE, McKeown C, Briggs LC, Cliff MJ, Kaneko Y,
Wallis R, Isaacson RL, Ladbury JE, Matthews SJ, Kondo H, Zhang X, Freemont PS:
Conformational changes in the AAA ATPase p97-p47 adaptor complex.
EMBO J 2006, 25:1967-1976.

Jentsch S, Rumpf S: Cdc48 (p97): a "molecular gearbox" in the ubiquitin
pathway? Trends Biochem Sci 2007, 32:6-11.

Rape M, Hoppe T, Gorr |, Kalocay M, Richly H, Jentsch S: Mobilization of
processed, membrane-tethered SPT23 transcription factor by CDC48
(UFD1/NPL4), a ubiquitin-selective chaperone. Cell 2001, 107:667-677.
Kondo H, Rabouille C, Newman R, Levine TP, Pappin D, Freemont P, Warren G:
p47 is a cofactor for p97-mediated membrane fusion. Nature 1997, 388:75-78.
Jarosch E, Taxis C, Volkwein C, Bordallo J, Finley D, Wolf DH, Sommer T:
Protein dislocation from the ER requires polyubiquitination and the
AAA-ATPase Cdc48. Nat Cell Biol 2002, 4:134-139.


http://www.biomedcentral.com/content/supplementary/1471-2121-15-31-S1.pdf

Madsen et al. BMC Cell Biology 2014, 15:31
http://www.biomedcentral.com/1471-2121/15/31

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45,

46.

47.

48.

Janiesch PC, Kim J, Mouysset J, Barikbin R, Lochmuller H, Cassata G, Krause S,
Hoppe T: The ubiquitin-selective chaperone CDC-48/p97 links myosin assembly
to human myopathy. Nat Cell Biol 2007, 9:379-390.

Hoppe T, Matuschewski K, Rape M, Schlenker S, Ulrich HD, Jentsch S:
Activation of a membrane-bound transcription factor by regulated
ubiquitin/proteasome-dependent processing. Cell 2000, 102:577-586.
Madsen L, Seeger M, Semple CA, Hartmann-Petersen R: New ATPase regulators—
p97 goes to the PUB. Int J Biochem Cell Biol 2009, 41:2380-2388.

Bandau S, Knebel A, Gage ZO, Wood NT, Alexandru G: UBXN7 docks on
neddylated cullin complexes using its UIM motif and causes HIF1alpha
accumulation. BMC Biol 2012, 10:36.

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

Stolz A, Hilt W, Buchberger A, Wolf DH: Cdc48: a power machine in
protein degradation. Trends Biochem Sci 2011, 36:515-523.

Vembar SS, Brodsky JL: One step at a time: endoplasmic reticulum-associated
degradation. Nat Rev Mol Cell Biol 2008, 9:944-957.

Alberts SM, Sonntag C, Schafer A, Wolf DH: Ubx4 modulates cdc48 activity
and influences degradation of misfolded proteins of the endoplasmic
reticulum. J Biol Chem 2009, 284:16082-16089.

Verma R, Oania R, Fang R, Smith GT, Deshaies RJ: Cdc48/p97 mediates
UV-dependent turnover of RNA Pol Il. Mol Cell 2011, 41:82-92.

Chien CY, Chen RH: Cdc48 chaperone and adaptor ubx4 distribute the
proteasome in the nucleus for anaphase proteolysis. J Biol Chem 2013,
288:37180-37191.

Madsen L, Andersen KM, Prag S, Moos T, Semple CA, Seeger M,
Hartmann-Petersen R: Ubxd1 is a novel co-factor of the human p97
ATPase. Int J Biochem Cell Biol 2008, 40:2927-2942.

Madsen L, Kriegenburg F, Vala A, Best D, Prag S, Hofmann K, Seeger M,
Adams IR, Hartmann-Petersen R: The tissue-specific Rep8/UBXD6 tethers
p97 to the endoplasmic reticulum membrane for degradation of
misfolded proteins. PLoS One 2011, 6:225061.

Rancour DM, Park S, Knight SD, Bednarek SY: Plant UBX domain-containing
protein 1, PUX1, regulates the oligomeric structure and activity of
arabidopsis CDC48. J Biol Chem 2004, 279:54264-54274.

Park S, Rancour DM, Bednarek SY: Protein domain-domain interactions
and requirements for the negative regulation of Arabidopsis CDC48/p97
by the plant ubiquitin regulatory X (UBX) domain-containing protein,
PUX1. J Biol Chem 2007, 282:5217-5224.

Brooks P, Fuertes G, Murray RZ, Bose S, Knecht E, Rechsteiner MC, Hendil KB,
Tanaka K, Dyson J, Rivett J: Subcellular localization of proteasomes and their
regulatory complexes in mammalian cells. Biochem J 2000, 346(Pt 1):155-161.
Enenkel C, Lehmann A, Kloetzel PM: Subcellular distribution of
proteasomes implicates a major location of protein degradation in the
nuclear envelope-ER network in yeast. EMBO J 1998, 17:6144-6154.
Menendez-Benito V, Verhoef LG, Masucci MG, Dantuma NP: Endoplasmic
reticulum stress compromises the ubiquitin-proteasome system. Hum
Mol Genet 2005, 14:2787-2799.

Lass A, Kujawa M, McConnell E, Paton AW, Paton JC, Wojcik C: Decreased
ER-associated degradation of alpha-TCR induced by Grp78 depletion
with the SubAB cytotoxin. Int J Biochem Cell Biol 2008, 40:2865-2879.
Hartmann-Petersen R, Wallace M, Hofmann K, Koch G, Johnsen AH, Hendil KB,
Gordon C: The Ubx2 and Ubx3 cofactors direct Cdc48 activity to proteolytic
and nonproteolytic ubiquitin-dependent processes. Curr Biol 2004, 14:824-828.
Schulze A, Standera S, Buerger E, Kikkert M, Van VS, Wiertz E, Koning F,
Kloetzel PM, Seeger M: The ubiquitin-domain protein HERP forms a
complex with components of the endoplasmic reticulum associated
degradation pathway. J Mol Biol 2005, 354:1021-1027.

Jorgensen JP, Lauridsen AM, Kristensen P, Dissing K, Johnsen AH, Hendil KB,
Hartmann-Petersen R: Adrm1, a putative cell adhesion regulating protein,
is a novel proteasome-associated factor. J Mol Biol 2006, 360:1043-1052.

doi:10.1186/1471-2121-15-31

Cite this article as: Madsen et al: Human ASPL/TUG interacts with p97
and complements the proteasome mislocalization of a yeast ubx4
mutant, but not the ER-associated degradation defect. BMC Cell Biology
2014 15:31.

Page 10 of 10

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BiolVied Central




	Abstract
	Background
	Results
	Conclusions

	Background
	Results and discussion
	ASPL is a conserved eukaryotic protein that interacts with p97
	ASPL is a widely expressed protein and localizes to the ER-membrane
	Effect of knock-down of ASPL expression
	ASPL complements some defects of a budding yeast ubx4Δ strain

	Conclusions
	Methods
	Buffers
	Plasmids and expression
	Yeast two-hybrid
	Saccharomyces cerevisiae strains and techniques
	Cell culture
	Electrophoresis and blotting
	Antibodies
	Yeast extracts and growth assays
	Transfection of siRNA
	Co-precipitation experiments
	Protein degradation experiments
	Differential centrifugation
	Fluorescence microscopy of HeLa cells
	Fluorescence microscopy of yeast cells

	Supporting data
	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /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 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /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 1200
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (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
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


