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Chikungunya virus capsid protein contains
nuclear import and export signals
Saijo Thomas1,3, Jagdish Rai2, Lijo John1,4, Stephan Schaefer1,5, Brigitte M Pützer1 and Ottmar Herchenröder1*
Abstract

Background: Chikungunya virus (CHIKV) is an alphavirus of the Togaviridae family. After autoproteolytic cleavage,
the CHIKV capsid protein (CP) is involved in RNA binding and assembly of the viral particle. The monomeric CP is
approximately 30 kDa in size and is small enough for passive transport through nuclear pores. Some alphaviruses
are found to harbor nuclear localization signals (NLS) and transport of these proteins between cellular
compartments was shown to be energy dependent. The active nuclear import of cytoplasmic proteins is mediated
by karyopherins and their export by exportins. As nuclear and cytoplasmic trafficking may play a role in the life
cycle of CHIKV, we have sought to identify nuclear localization and nuclear export signals in CHIKV CP in a
virus-free system.

Methods: EGFP-fusion proteins of CHIKV CP and mutants thereof were created and used to monitor their
intracellular localization. Binding of cellular proteins was confirmed in pull-down assays with purified CP using
co-immuoprecipitation. Nuclear localization was demonstrated in a virus-free system using fluorescence microscopy.

Results: Here we show that CHIKV CP is a nuclear-cytoplasmic shuttling protein with an active NLS that binds to
karyopherin α (Karα) for its nuclear translocation. We also found that the Karα4 C-terminal NLS binding site is
sufficient for this interaction. We further demonstrate that CHIKV CP interacts directly with the export receptor
CRM1 to transport this viral protein out of the nucleus via a nuclear export signal (NES). The CHIKV CP NES was
mapped between amino acids 143 and 155 of CP. Deduced from in silico analyses we found that the NES has a
mode of binding similar to the snurportin-1 CRM1 complex.

Conclusions: We were able to show that in a virus-free system that the CHIKV capsid protein contains both, a NLS
and a NES, and that it is actively transported between the cytoplasma and the nucleus. We conclude that CHIKV CP
has the ability to shuttle via interaction with karyopherins for its nuclear import and, vice versa, by CRM1-dependent
nuclear export.

Keywords: Chikungunya virus, Capsid protein, Nuclear transport, Nuclear localization signal, Nuclear export signal,
Karyopherin, CRM1
Background
The arthropode-borne Chikungunya virus (CHIKV) of the
genus alphavirus in the Togaviridae family is running ram-
pant along the Western and Northern Rim of the Indian
Ocean. Outbreaks occurred on its islands including the
Malay Archipelago as well as in several tropical African
countries [1-3]. Alphaviruses express a capsid protein (CP)
as part of a polyprotein which, after autoproteolytic cleav-
age by its protease activity, forms viral particles and
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reproduction in any medium, provided the or
packages the viral genomic RNA [3]. Although being small
enough (approx. 30 kDa) for passive transport through nu-
clear pores, some alphaviral capsid proteins are reported
to harbor a nuclear localization signal (NLS) with the pro-
tein’s transport being energy dependent [4,5].
In general, bidirectional transport of molecules be-

tween the nucleus and the cytoplasm occurs through the
nuclear pore complex (NPC), a supra-molecular struc-
ture of the nuclear envelope [6]. NPCs allow passive dif-
fusion of ions and small proteins up to a molecular
weight of 40 kDa or less than 9 nm in diameter, but re-
strict passage of larger molecules to those containing an
l Ltd. This is an Open Access article distributed under the terms of the Creative
ommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
iginal work is properly cited.
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appropriate targeting signal [7]. Protein traffic into the
nucleus is mediated by the interaction of transport car-
goes with karyopherins. Karyopherins are adaptor pro-
teins that recognize cargo to be conveyed via a NLS
which also interacts with the transport receptor importin
β. Together, these proteins form a ternary bundle that
conjointly translocates into the nucleus via the nuclear
pore complex [8]. NLS motifs used by the classical nu-
clear import pathway consist of a short stretch of the
positively charged amino acids (aa) arginine and lysine
but lack strict consensus sequences [9]. A monopartite
NLS like that of SV40 large T-antigen is composed of a
cluster of five to seven basic aa, while a typical bipartite
NLS contains two clusters of basic amino acids sepa-
rated by a linker of 10–11 aa [10-12]. Nuclear export
signals (NES) are recognized by exportins and allow pro-
teins to be actively carried from the nucleus to the cyto-
plasm through the NPC [13]. NES are specifically bound
by exportin known as exportin 1 or Chromosomal Re-
gion Maintenance 1 (CRM1). This transport is mediated
via binding to the GTP-bound form of the guanine
nucleotide-binding protein Ran. The most commonly
identified NES are short leucine-rich stretches, although
other hydrophobic residues such as isoleucine, methio-
nine, phenylalanine, and valine can also contribute to
this entity [14].
In the present study, we searched for motifs in the

CHIKV CP that would enable this protein to shuttle be-
tween cellular compartments. As nuclear and cytoplas-
mic trafficking of the viral CP may also play a role in the
CHIKV life cycle, we have sought to identify a NLS and,
consequently, looked for a nuclear export signal (NES)
in the CHIKV CP. Here, we demonstrate that CHIKV
CP binds to karyopherin α (Karα) for its nuclear trans-
location, and that the Karα4 C-terminal NLS binding
domain is sufficient for this interaction. We also show
that CHIKV CP contains a CRM1-mediated NES, which
is mapped to a leucine rich region between amino acids
143 and 155 and docks similar to snurportin-1 CRM1
complex in silico. Applying virus-free methods, we dem-
onstrate that CHIKV CP contains motifs enabling it to
actively shuttle between the cytoplasm and the nucleus.

Results
The CHIKV CP contains an active NLS and binds to Karα4
Semliki Forest virus (SFV) is a well-studied Old World
alphavirus and its capsid protein is reported to have an
N-terminal NLS [4,15]. To validate the role of the
corresponding region in CHIKV CP, the putative NLS
containing sequence was cloned in fusion with EGFP and
HEK293 were transfected with pNLS-EGFP. As shown in
Figure 1A and B, the NLS-EGFP fusion protein was quan-
titatively imported to the nucleus with 5.48 times (± 1.41)
higher nuclear accumulation when compared to the
control EGFP expression (1.59 ± 0.42 times nuclear). As
in other alphaviruses, a substantial amount of CP was
seen in nucleoli [4]. Karyopherins are known to directly
interact in the cytoplasm with proteins bearing a NLS and
to carry these through nuclear pores into the nucleus. To
investigate possible mechanisms of CHIKV CP nuclear
translocation, we analyzed the interactions of this protein
with various karyopherins. Recombinant CHIKV CP was
expressed in E. coli as a His-tagged protein and purified
using the Ni-NTA column system. HEK293 cells transiently
transfected with various FLAG-tagged karyopherins
(Karα1-4) were lyzed and incubated with the purified
CHIKV CP. Pull-down assays revealed that the viral CP
interacts strongly and specifically with Karα4 (Figure 2A,
lane 4). To confirm the observed interaction between
CHIKV CP and Karα4, HEK293 cells were cotransfected
with FLAG-Karα4 and CHIKV-CP-EGFP. Cells were lysed
and the protein complex was co-immunoprecipitated with
an anti-FLAG antibody. Bound proteins were subjected to
SDS-PAGE followed by Western blot with an anti-GFP
antibody. As shown in Figure 2B, the band detected in
lane 4 indicated that CHIKV CP co-immunoprecipitates
with Karα4. The experiment was performed five times and
similar results were obtained each time. No binding was
observed in the control experiments using only beads or a
non-specific antibody.

The CHICK CP binds to the Karα4 major NLS binding site
Karα molecules contain two NLS binding sites that dir-
ectly recognize NLS sequences of cargo proteins. The
primary NLS binding site is located at the N-terminal
arm (alpha helices that form a hairpin structure) repeats
2 to 4, while the secondary NLS binding site is located
at the C-terminal arm repeats 7 to 9 (Figure 3A). The
NLS major binding site is involved in the interaction
with monopartite NLS, while the minor binding site as-
sociates with bipartite NLS. The acidic residues of the
binding site undergo electrostatic interactions with posi-
tively charged functional groups of basic amino acids in
NLS peptide regions. The hydrophobic chains of basic
residues, like lysine and arginine in the NLS peptide,
also form hydrophobic interactions with conserved resi-
dues of the binding site [16-19]. To further characterize
the specific mechanism of CHIKV CP binding to Karα4
molecule, we created the deletion mutant Karα4Δ259,
which lacks the minor binding site, and analyzed
whether this region is required for the interaction with
CHIKV CP by pull-down assay. Indeed, Karα4Δ259 was
able to interact with CHIKV CP both alone (Figure 3B,
lane 5), and in the presence of excess full-length Karα4
(Karα4-FL) protein (Figure 3B, lane 6). This demon-
strates that CP binds to the Karα4 NLS major binding
site. One can conclude that CHICKV CP and Karα4
binding occurs as a monopartite NLS-driven interaction.
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Figure 1 CHIKV CP contains an active NLS. (A) Schematic representation of the CHIKV CP NLS-EGFP fusion protein and partial sequence
alignment of SFV and CHIKV capsid regions with the NLS determining sequences shaded in gray. (B) HEK293 cells after transfection with
eucaryotic expression constructs for the CHIKV CP NLS domain in fusion with EGFP (pNLS-EGFP) or pEGFP as control. The transfected cells were
analyzed by confocal laser scanning microscopy. (C) Graphical representation indicating the nuclear/cytoplasmic ratio of NLS-EGFP compared to
cells expressing EGFP only.

Thomas et al. Virology Journal 2013, 10:269 Page 3 of 13
http://www.virologyj.com/content/10/1/269
The CHIKV CP contains a CRM1-dependent NES
To verify whether CHIKV CP is a nuclear-cytoplasmic
shuttling protein, we used the specific CRM1-mediated
nuclear export inhibitor leptomycin B (LMB) [20].
HEK293 cells were transfected with pCHIKV-CP-EGFP
and maintained in the presence of 15 ng/ml LMB. As
shown in Figure 4A and B, treatment with LMB led to
an almost exclusive nuclear accumulation of CHIKV-CP-
EGFP (6.68 ± 1.41 times nuclear), whereas in mock
treated cells the protein remained distributed in both
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Figure 2 CHIKV CP interacts with karyopherins. (A) Ni-NTA pull-
down assay with purified CHIKV CP and cell extract containing the
FLAG-tagged karyopherins α1, α2, α3, and α4. Complexes consisting
of karyopherin and CHIKV CP were detected with an anti-FLAG
antibody. The lower panel shows the CP probed with an anti-His
antibody. (B) Immunoprecipitations after HEK293 cells were
transfected with FLAG-tagged Karα4 and pCHIKV-CP-EGFP using
anti-FLAG or control antibody. The samples were subjected to SDS-
PAGE and analyzed by Western blotting with an anti-GFP antibody.
The upper panel shows Karα4 probed with anti-FLAG antibody.
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compartments, the nucleus and the cytoplasm (1.42 ±
0.34 times nuclear). The experiment was repeated using
HeLa cells and similar results were observed (data not
shown). The presence of this NES was further con-
firmed through GST pull-down assays. Purified CHIKV
CP directly interacted with purified GST-tagged CRM1
whereas no interaction was observed in control experi-
ments (Figure 4C).

THE CHIKV CP NES is mapped to a leucine-rich domain
To identify a region of CHIKV CP that may contain a
nuclear export signal, several deletion mutants were
constructed (Figure 5A). Deletion of 46 aa from the
C-terminus did not have any effect on the nuclear-
cytoplasmic translocation process, as the truncated
protein was distributed throughout the cell (Figure 5B
and C). Next, the region between aa 143 and 155 that
is rich in leucine residues was examined as a potential
NES site. This stretch of amino acids is highly conserved
among Old World alphavirus isolates (Figure 6A).
Structural analysis revealed that this region can form a
protruding ridge (Figure 6B) to make it accessible for
binding to the CRM1 protein. The domain that consists
of a pi-helix and a loop can be flexible in solution and
thus, may fold to dock with the CRM1 binding site. A
larger C-terminal deletion of 118 aa removed this poten-
tial NES and rendered the mutant EGFP fusion protein
highly nuclear (6.43 ± 1.91 times more nuclear; Figure 5B
and C). To further characterize the NES, two leucine
residues at aa positions 149 and 152 were exchanged
against alanine by means of an overlap PCR. Expression
of the altered protein designated NES mutant resulted in
a significant decrease of cytoplasmic localization (5.57 ±
1.67 times more nuclear; Figure 5B and C). These results
provide evidence that the region between aa 149 and 152
acts as a NES that enables the CHIKV CP to be exported
from the nucleus to the cytoplasm via CRM1.

In silico docking of CHIKV CP NES and CRM1 supports
experimental data
A structural model of docking between CHIKV CP NES
and CRM1 shows the mode of binding between the mole-
cules (Figure 6C). The molecular interaction is similar to
that observed between snurportin-1 NES and CRM1 (PDB
3NBY) despite minor differences in the spacing of hydro-
phobic residues. The latter can also be superpositioned in
the same orientation (Figure 6D) and form a consensus
NES which is structurally equivalent. The modeled struc-
ture of CHIKV CP NES and snurportin-1 possesses all the
hydrophobic residue side chains aligned to one face of hel-
ical structure. The comparison of binding energy between
NES and CRM1 shows the global binding energy for
CHIKV CP NES and CRM1 to be −71.55 joules, whereas
the value for the snurportin-1 NES is −96.78. NES con-
served hydrophobic residues binding to CRM1 pockets
contribute most to the global binding energy (Table 1).
This shows further insight to the mode of interaction be-
tween NES and CRM1 for nuclear export, and on the role
of NES hydrophobic residues to dock with CRM1.

Discussion
The alphavirus genus of the Togaviridae family contains a
number of notable human and animal pathogens. In New
World alphavirus infected cells, CP induces apoptosis
through transcription inhibition predominantly deter-
mined by either the amino-terminal fragment of the pro-
tein or by the positively charged RNA-binding domain. In
Old World alphaviruses which include CHIKV, CP does
not induce transcriptional inhibition or apoptosis [21].
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Despite the localization of CHIKV CP in the cytoplasm
and the nucleus, the molecular mechanism underlying its
intracellular transport as well as the regulation of import
and export was unknown. Although alphavirus CP have
multiple critical functions attributed to it, some of them
remain undefined. Although alphavirus CPs are small
enough for karyopherin-independent nuclear transport [7],
some were described to harbour an NLS that mediates en-
ergy dependent transport [4,15]. A replicon based study on
Venezuelan Equine Encephalitis Virus (VEEV) confirms
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this observation for a New World alphavirus [5]. Even
though not on nuclear transport, there are studies showing
the presence of CP in the nucleus. A recent piece of work
on hnRNP-K and UBQLN4 localization in CHIKV-infected
cells [22] also shows CP in the nucleus and another study
on the Old World and New World alphaviruses on tran-
scriptional shutoff describes nuclear distribution of CP [21].
The presence of an NLS in CHIKV CP was confirmed

through confocal microscopy analysis with the putative
NLS region cloned in fusion with EGFP. A distorting ef-
fect of passive diffusion by NLS-EGFP with its molecular
size of roughly 30 kDa was excluded with the 56 kDa
full-length fusion protein CHIKV-CP-EGFP. Subse-
quently, we evaluated if the fusion protein interacts with
karyopherins and identified Karα4 as a specific binding
partner of the viral protein as observed in previous
studies for other NLS containing proteins [19,23-26]. It
is likely that Karα4 physically binds to CHIKV CP in the
cytoplasm and subsequently interacts with importin β1
at nuclear pores followed by a Ran-GTP-dependent
translocation process to the nucleus.
Karα has two NLS binding sites that directly interact

with the NLS containing protein. The Karα arm repeats 2
to 4 comprise the N-terminal, and arm repeats 7 to 9 the
C-terminal NLS binding site. SFV is proposed to contain
two NLS in its CP 66‘KPKKKKTTKPKPKTQPKK’83 and
92‘KKKDKQADKKKKKP’105 [4] and with the NLS se-
quences found in CHIKV CP, 60‘KPRRNRKNKKQKQK
QQAP’77 and 84‘KKQPPKKKPAQKKKKP’99 it was tem-
pting to look for the NLS binding region in Karα. A dele-
tion of the C-terminal NLS binding site from Karα4 did
not have any effect on molecular interaction which shows
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(See figure on previous page.)
Figure 5 Mapping of the NES. (A) Various CHIK-CP-EGFP fusion constructs were used to map the nuclear export signal and their localization
with N/C found in the nucleus and the cytoplasm and N in the nucleus. (B) HEK293 cells were transfected either with full-length pCHIKV-CP-
EGFP, Δ46, Δ118, or an NES mutant (DLAKL to DAAKA indicated by asterisk (* in A) and analyzed by confocal laser scanning microscopy. (C) The
ratio of nuclear and cytoplasmic GFP accumulation served as a determinant of nuclear import and export.
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that the N-terminal NLS binding site of Karα4 is sufficient
for the NLS interaction. In a previous study on VEEV CP
[5], a similar observation pointed towards a monopartite
NLS. Together with the current data it is likely that
CHIKV CP bears a monopartite NLS.
Protein export from the nucleus is mainly regulated by

nuclear export receptors. CRM1 is the most common
export receptor involved in the transport of many differ-
ent classes of proteins [13,14]. CRM1 binding is often
associated with a leucine-rich NES. As the CHIKV CP is
present in both the nucleus and the cytoplasm, we inves-
tigated if CHICKV CP export is CRM1-dependent.
Treatment with LMB of cells transfected with CHIKV-
CP-EGFP resulted in complete inhibition of nuclear ex-
port and therefore, confirmed binding of CRM1 to
CHIKV CP. Direct interaction between CRM1 and puri-
fied CHIKV CP was subsequently demonstrated through
a GST pull-down assay, providing further evidence to
support the role of CRM1 in CHIKV CP nuclear export.
In the VEEV CP, a NES is located in the N-terminal

region which is, however, not seen in Old World
alphaviruses [5]. To identify and characterize the NES in
CHIKV CP, we tested deletion mutants fused to EGFP.
Removal of 46 C-terminal aa had no effect as the protein
remained in both cellular compartments. The leucine-rich
region between aa 143 and 155 was further examined as a
potential NES site. NES occur frequently in protein se-
quences, but may not be interacting with CRM1, mainly
as they can be hidden within the hydrophobic core of the
protein rendering them inaccessible for CRM1. Once
such sequences are separated and expressed in another
context, e.g. as a fusion protein, they may bind to CRM1
and promote nuclear export beyond any relevance for the
respective native protein [27-29]. Structural analysis of
CHIKV CP as whole protein showed that it forms a pro-
truding ridge kind of structure, thereby making it access-
ible for the hydrophobic cleft of the CRM1 binding site
made as to assume its biological relevance. To look at the
possible role of this motif in CHIKV CP nuclear export,
deletion of the 118 C-terminal aa rendered the remaining
protein exclusively nuclear. Since removal of such a bulk
part of the protein can largely affect its structural and
functional properties, it was necessary to confirm our re-
sults by an additional method. Through site-directed mu-
tagenesis the leucine residues at positions 149 and 152
were substituted for alanine. These alterations rendered
the protein fully nuclear and thus, the CHIKV CP NES
was mapped between aa 143 and 155.
Some NES are not optimized for maximum CRM1
binding [30-32] as too strong NES-CRM1 interactions
would cause the Ran-free form of CRM1 to stably bind
the NES in the cytoplasm and thus to re-import the pro-
tein into the nucleus. The proposed CHIKV CP NES
(IDNADLAKLAF) has spacings of hydrophobic posi-
tions Φ1xxxxΦ2xxΦ3xΦ4 (Φ=L, I, V, F, or M; x is any
amino acid). This is more similar to a non-classical NES
(Table 2) than the prototypical classical NES Φ-x2-3-Φ-
x2-3-Φ-x-Φ. An upstream valine present in the CHIKV
CP can also add to the NES (VKGTIDNADLAKLAF)
according to new NES consensus in which a Φ0 is
present followed by Φ1xxxxΦ2xxΦ3xΦ4. In silico
docking reveals that the CHIKV CP NES has a mode of
binding similar to the snurportin-1 CRM1 complex, as
reported in PDB ID 3NBY. The conserved hydrophobic
residues of the consensus NES in snurportin-1 and
CHIKV CP are protruding on one face of the structure
to dock into the CRM1. The hydrophobic side chains of
CHIKV CP NES can be superimposed to the respective
side chains of snurportin-1. The snurportin-1 and CHIKV
CP have differences in the number of spacings between
conserved hydrophobic residues, but these are accommo-
dated with minor conformational deviations in the back-
bone whereas the conserved hydrophobic side chains in
two structures occupy equivalent space, respectively. Even
though suboptimal spacing can weaken CRM1 binding
like that of snurportin-1 [27], the difference in spacing
should not affect docking itself, as NES ligands can com-
pensate for different Φ spacings by adapting their confor-
mations to the rigid NES binding site. This variability in Φ
spacing can cause greater diversity in functional NES as all
hydrophobic positions are not necessarily essential if other
Φ positions are strong [27]. Here, hydrophobic NES resi-
dues including leucines at 149 and 152 contribute strongly
to the NES binding site as seen with their binding energy,
or as mutating those to alanine inhibited the nuclear
export.
Nuclear cytoplasmic shuttling of viral proteins was

reported to be for instance associated clinical severity.
Lesser pathogenic VEEV strains contain a wide variety of
mutations in the CP that affect its inhibitory function in
nuclear import. Therefore, these mutations appear to be
the determinants of this attenuated phenotype. Muta-
genic analysis of the linker peptide between NES and
NLS has demonstrated that modifications in the linker
peptide of VEEV CP attenuated the ability of H68 pep-
tide to inhibit nuclear import [5]. Alphaviruses have
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Table 1 The energy contribution of hydrophobic NES residues binding to Φ1, Φ2, Φ3 and Φ4 of CRM1

The binding pocket Φ1 Φ2 Φ3 Φ4

The snurportin-1 residue docking in pocket L4 L8 F12 V14

The snurportin-1 residue’s contribution (Joules) −20.60 −20.37 −23.28 −16.19

The CHIKV CP NES residue docking in pocket I4 L9 L12 F14

The CHIKV-CP NES residue’s contribution (Joules) −31.52 −13.21 −16.50 −9.34
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characterized NLS in both NSP2 and CP: In Old World
alphaviruses NSP2 but not CP induces apoptosis
[21,42-44], while in New World alphavirus apoptosis is
induced by CP [45] and not NSP2 [21]. This also means
that both, Old and New World alphaviruses have differ-
ent functions associated with its nuclear transport of
proteins. The fact that alphaviruses replicate in enucle-
ated vertebrate [46] but not invertebrate cells [47] points
to a different role of nuclear transport in both cell types.
It may be possible that nuclear transport of CP is im-
portant if not essential in invertebrates like mosquito as
the alternate host but not in vertebrates. Comparing the
replication of Chikungunya virus in both cell types with
and without inhibiting nuclear import and export may
help to clarify the differences. At this stage, the exact
role associated with CHIKV CP nuclear import and ex-
port remains unclear and has to be further investigated
in an infectious system.
Conclusions
In summary, we could show in a virus-free system that the
CHIKV capsid protein exhibits both a NLS and a NES.
CHIKV CP is actively transported between the cytoplasma
and the nucleus. We conclude that this protein has the
ability to shuttle via interaction with karyopherins for its
nuclear import and, vice versa, by CRM1-dependent nu-
clear export.
Table 2 Previously described non-classical NES sequences

Organism Protein

Mouse mammary tumor virus Rem

Human endogenous retrovirus Rec

Equine infectious anemia virus Rev

Severe acute respiratory syndrome corona virus 9b

Rous sarcoma virus Gag

Hepatitis C virus Core

Homo sapiens P27

Homo sapiens Focal adhesion

African swine fever virus P37

Amino acids important for NES function are bold.
Methods
Plasmids, cloning, and mutagenesis
The Chik-Wü virus isolate (Genbank: EU037962) or
subclones thereof (GenBank: HM369441) served as
templates for PCR amplification of the CHIKV capsid
and all subclones [3,48]. To clone pCHIKV-CP-EGFP,
full-length CHIKV CP was amplified from our previ-
ously described expression plasmid in which the prote-
ase cleavage site had been inactivated by exchanging
serine 213 to alanine [3]. The amplimer created with
the oligonucleotide primers HindIIIChikcap_fwd 5′-
aagcttatggagttcatcccaacccaaac-3′ and ChikcapXmaI_rev
5′-atcccgggtccactcttcggctc-3′ was inserted into pEGFP-
N1 (Clontech) into the restriction sites HindIII and
XmaI in frame with EGFP. The NLS region in CP located
between aa positions 60 and 100 was inserted into pEGFP-
N1 after amplification with primers HindIIINLScap_fwd
5′-aagcttatgaagccacgcaggaatcgg-3′ and XmaINLScap_rev
5′-atcccgggtcggcttctttttcttttg-3′ to create pNLS-EGFP.
Construction of Chikcap Δ46 in which 46 aa were deleted
from the C-terminus has been described previously [3].
The mutant with the larger C-terminal deletion Δ118 was
constructed with HindIIIChikcap_fwd and Chikcap118_rev
5′-atcccgggtcccctttacgtgtgctgg-3′. To mutate leucines of CP
at position 149 and 152 to alanine, an overlap PCR was
performed with the above and overlapping primers 5′-
cttaaaggccgctttggccgcgtccgc-3′ and 5′-gcggacgcggccaaagcg
gcctttaag-3′. Expression in E. coli of the complete CHIKV
Sequence Reference

LTLFLALLSVL [33,34]

WAQLKKLTQL [33]

PLESDQWCRVLRQSL [33,35]

LRLGSQLSL [36]

LTDWARVREEL [37]

LGKVIDTLTCGFADL [38]

LFGPVDHEELTRDL [39]

kinase LRSEEVHWLHVDM (NES1) [40]

LDLASLIL (NES2)

LTVEELGL (NES1) [41]

IDSIQTVQQM (NES2)
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CP was carried out by inserting a PCR-derived product
amplified with chk_petcapsid_fwd 5′-ggatccatggagttcatcc
caacc-3′ and chk_petcapsid_rev 5′-ctcgagtccactcttcggctc-3′
from pChikcap [3] into pET28a (Invitrogen) between
BamHI and XhoI sites. pGEX-CRM1 containing GST-
tagged CRM1 was a kind gift of Nabeel R. Yaseen [49]. The
mammalian expression vectors pCAGGS containing either
Karα1, 2, 3, or 4 with N-terminal FLAG-tags were a gener-
ous gift of P. Palese and have been described previously
[50,51]. The deletion mutant pCAGGS Δ259 Karα4 was
constructed by digesting the full-length vector with Tth111I
followed by Klenow filling and religation.

Protein expression and purification
Bl21 bacterial cells (Invitrogen) were transformed with
N-terminally His-tagged pet28aCHIKV CP and allowed
to grow in 500 ml LB medium with kanamycin. The cul-
ture was grown at 37°C until OD600 had reached 0.6, in-
duced with IPTG at a concentration of 1 mM, and kept
overnight at 21°C in a rotary shaker. The cells were
pelleted and resuspended in 6 ml of buffer containing
PBS and 5% glycerol, and lysed by sonication. The cell
lysate was spun at 5,000 rpm for 20 min and imidazole
was added to the supernatant at a concentration of
10 mM. Precharged and prewashed Ni-NTA beads
(Invitrogen) of 0.6 ml of bed volume were mixed with
the cell lysate at 4°C for 1 h, loaded onto an affinity col-
umn, and washed with 50 ml of PBS containing 20 mM
imidazole and 5% glycerol. CP was eluted using elution
PBS with 5% glycerol and 300 mM imidazole. Eluents
were dialyzed against buffer containing PBS and 5%
glycerol followed by confirmation by SDS-PAGE and
Western blot.

Pull-down assay
HEK293 cells untransfected or transfected with either of
the FLAG-tagged constructs pCAGGSKarα 1, 2, 3, 4, or
Δ259Karα4 were lyzed with RIPA buffer (Thermo Scien-
tific) and incubated after adding purified His-tagged
CHIKV CP. Ten μl of resuspended Ni-NTA beads were
added to bacterially expressed CHIKV CP, mixed, and
incubated further at 4°C. Samples were centrifuged and
the supernatant was discarded. The beads were washed
with RIPA buffer and boiled for 10 min after adding
40 μl Laemmli buffer. The samples were subjected to
SDS-PAGE and transferred to nitrocellulose membranes.
The membranes were probed with monoclonal anti-
FLAG antibodies (Sigma) followed by anti-mouse sec-
ondary antibodies conjugated with horseradish peroxid-
ase (Santa Cruz Biotechnology). Bands were visualized
with enhanced chemiluminescence detection reagents
(Amersham). GST pull-down assay was performed using
glutathione-Sepharose resin (GE Healthcare) according
to manufacturer’s instructions. Briefly, GST or GST-
CRM1 protein immobilized on glutathione-Sepharose
was incubated with 2 μg of purified CHIKV CP at 4°C
overnight. Bound proteins were eluted by boiling the
Sepharose in Laemmli buffer, resolved by a 12% SDS-
PAGE, transferred to nitrocellulose, and analyzed by
Western blot.

Co-immunoprecipitiation
For Co-IPs, HEK293 grown on Petri dishes (10 cm) were
transfected with FLAG-tagged pCAGGSKarα4 and
pCHIKV-CP-EGFP using the Turbofect (Fermentas)
transfection reagent according to manufacturer’s instruc-
tions. Cell lysates were prepared 48 h after transfection
in 1.5 ml of RIPA buffer. Aliquots of 500 μg total protein
were incubated with 1 μg of mouse anti-FLAG anti-
bodies or control IgG for 1 h at 4°C. A 50% suspension
of protein AG agarose (Santa Cruz Biotechnology) was
added to the lysate and incubated for 2 h at 4°C while
shaking. The agarose beads were collected by centrifuga-
tion and washed by three with RIPA buffer. After the
final wash, the supernatant was discarded and the beads
were resuspended in Laemmli buffer and boiled for
10 min. The immunoprecipitated material was subjected
to 12% SDS-PAGE and analyzed by Western blot using
an anti-GFP antibody.

Transfection, treatment with LMB, and fluorescence
microscopy
HEK293 cells were maintained in DMEM supplemented
with 10% FCS, 100 U/ml penicillin, and 100 μg/ml
streptomycin. HEK293 seeded in 12-well plates at a dens-
ity of 2 × 105 per well were transfected with Turbofect
(Fermantas). For the experiments with LMB, cells were
treated with LMB at a concentration of 15 ng/ml for 6 h.
To detect EGFP-tagged proteins by fluorescence micros-
copy, the cells were fixed for 10 min in PBS with 4% for-
maldehyde, washed twice in PBS, and mounted on slides
with an anti-fade mounting media (Dako). The slides were
analyzed on a Leica confocal microscope and cells with
moderate GFP expression were selected for analysis.

Nuclear localization analysis
NIH Image J v1.30 software was used to quantify the nu-
clear localization of GFP fusion proteins as described be-
fore [52]. All confocal images were quantified at settings
where the intensity of GFP fluorescence ranged up to
250 pixel values. To examine the nuclear localization of
the GFP fusion proteins, a square with an area of 225
pixels was used to measure the mean intensities of six
different areas in the nucleus and the cytoplasm of a
representative cell from each of three transfections.
Thus, eight representative cells analyzed yielded a total
of 48 areas from each, the nucleus and the cytoplasm.
Relative nuclear localization is reported as the ratio of
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the mean intensity of GFP fluorescence in the nucleus
and cytoplasm (nuclear/cytoplasmic ratio, N/C ratio).

Sequence alignment, protein modelling, and in silico
protein-protein docking
Various Old World alphavirus CP amino acid sequences
were aligned with the ClustalW2 - Multiple Sequence
Alignment tool http://www.ebi.ac.uk/Tools/msa/clustalw2/.
The structures of CHIKV CP and Karα4 were modeled
using the automated homology modelling server 3D-
JIGSAW [53] which used PDB ID 1VCP and 1BK6,
respectively, as template. Figures were generated using
PyMOL: http://www.pymol.org. To perform in silico
protein-protein docking, the NES region of CHIKV CP was
modeled using the loop building tool of the SPDBV [54].
The hydrophobic conserved CHIKV CP NES residues were
kept positioned in the NES binding site and superimposed
to the respective NES residues as in chain A of PDB ID
3NBY followed by energy minimization. The docking was
further optimized by a flexible docking method using flex
dock server [55]. The energetically most favorable structure
was used for the CHIKV CP NES and CRM1 interaction
analysis and binding energy was calculated using firedock
server [56,57].

Abbreviations
CHIKV: Chikungunya virus; CP: Capsid protein; NLS: Nuclear localization signal;
NES: Nuclear export signal; CRM1: Chromosomal region maintenance 1;
NPC: Nuclear pore complex; Karα: Karyopherin α; LMB: Leptomycin B;
VEEV: Venezuelan equine encephalitis virus; PDB: Protein data bank.

Competing interests
The authors declared that they have no competing interest.

Authors’ contributions
ST designed and performed experiments, analyzed data and wrote the
manuscript. JR performed in silico experiments. LJ analyzed data. SS designed
experiments and analyzed data. BMP and OH analyzed data and edited the
manuscript. All authors read and approved the manuscript.

Acknowledgements
We thank the individuals mentioned in Materials and Methods for the
contribution of plasmids. We are thankful to Stephan Günther and Kirtikumar
B. Jadhav for scientific discussions and Vijay Alla for technical help. Saijo
Thomas was supported by a grant from the Deutscher Akademischer
Austauschdienst (DAAD).

Author details
1Institute of Experimental Gene Therapy and Cancer Research, Rostock
University Medical Center, Schillingallee 69, 18057, Rostock, Germany.
2Department of Molecular Biology and Bioinformatics, Tripura University
Suryamaninagar, Tripura 799022, India. 3Current address: School of Biological
Sciences, Monash University, Clayton, VIC 3800, Australia. 4Current address:
MCDB, University of California, Santa Barbara, CA 93106-9625, USA. 5Current
address: LADR GmbH Medizinisches Versorgungszentrum Mecklenburg-
Vorpommern, Rostock, Germany.

Received: 1 April 2013 Accepted: 26 August 2013
Published: 28 August 2013

References
1. Powers AM, Logue CH: Changing patterns of chikungunya virus: re-

emergence of a zoonotic arbovirus. J Gen Virol 2007, 88(Pt 9):2363–2377.
2. Schwartz O, Albert ML: Biology and pathogenesis of chikungunya virus.
Nat Rev Microbiol 2010, 8(7):491–500.

3. Thomas S, Rai J, John L, Günther S, Drosten C, Pützer BM, Schaefer S:
Functional dissection of the alphavirus capsid protease: sequence
requirements for activity. Virol J 2010, 7:327.

4. Favre D, Studer E, Michel MR: Two nucleolar targeting signals present in
the N-terminal part of Semliki Forest virus capsid protein. Arch Virol 1994,
137(1–2):149–155.

5. Atasheva S, Fish A, Fornerod M, Frolova EI: Venezuelan equine Encephalitis
virus capsid protein forms a tetrameric complex with CRM1 and
importin alpha/beta that obstructs nuclear pore complex function. J Virol
2010, 84(9):4158–4171.

6. Vasu SK, Forbes DJ: Nuclear pores and nuclear assembly. Cur Opin Cell Biol
2001, 13(3):363–375.

7. Paine PL, Moore LC, Horowitz SB: Nuclear envelope permeability. Nature
1975, 254(5496):109–114.

8. Lange A, Mills RE, Lange CJ, Stewart M, Devine SE, Corbett AH: Classical
nuclear localization signals: definition, function, and interaction with
importin alpha. J of Biol Chem 2007, 282(8):5101–5105.

9. Dingwall C, Laskey RA: Nuclear targeting sequences–a consensus?
Trends Biochem Sci 1991, 16(12):478–481.

10. Dingwall C, Sharnick SV, Laskey RA: A polypeptide domain that specifies
migration of nucleoplasmin into the nucleus. Cell 1982, 30(2):449–458.

11. Kalderon D, Roberts BL, Richardson WD, Smith AE: A short amino acid
sequence able to specify nuclear location. Cell 1984, 39(3 Pt 2):499–509.

12. Lanford RE, Butel JS: Construction and characterization of an SV40 mutant
defective in nuclear transport of T antigen. Cell 1984, 37(3):801–813.

13. Turner JG, Sullivan DM: CRM1-mediated nuclear export of proteins and
drug resistance in cancer. Curr Med Chem 2008, 15(26):2648–2655.

14. Nigg EA: Nucleocytoplasmic transport: signals, mechanisms and
regulation. Nature 1997, 386(6627):779–787.

15. Michel MR, Elgizoli M, Dai Y, Jakob R, Koblet H, Arrigo AP: Karyophilic
properties of Semliki Forest virus nucleocapsid protein. J Virol 1990,
64(10):5123–5131.

16. Melen K, Fagerlund R, Franke J, Köhler M, Kinnunen L, Julkunen I: Importin
alpha nuclear localization signal binding sites for STAT1, STAT2, and
influenza A virus nucleoprotein. J Biol Chem 2003, 278(30):28193–28200.

17. Conti E, Uy M, Leighton L, Blobel G, Kuriyan J: Crystallographic analysis of
the recognition of a nuclear localization signal by the nuclear import
factor karyopherin alpha. Cell 1998, 94(2):193–204.

18. Fontes MR, Teh T, Kobe B: Structural basis of recognition of monopartite
and bipartite nuclear localization sequences by mammalian importin-
alpha. J Mol Biol 2000, 297(5):1183–1194.

19. Fagerlund R, Kinnunen L, Köhler M, Julkunen I, Melen K: NF-{kappa}B is
transported into the nucleus by importin {alpha}3 and importin {alpha}4.
J Biol Chem 2005, 280(16):15942–15951.

20. Kudo N, Wolff B, Sekimoto T, Schreiner EP, Yoneda Y, Yanagida M,
Horinouchi S, Yoshida M: Leptomycin B inhibition of signal-mediated
nuclear export by direct binding to CRM1. Exp Cell Res 1998,
242(2):540–547.

21. Garmashova N, Gorchakov R, Volkova E, Paessler S, Frolova E, Frolov I: The Old
World and New World alphaviruses use different virus-specific proteins for
induction of transcriptional shutoff. J Virol 2007, 81(5):2472–2484.

22. Bourai M, Lucas-Hourani M, Gad HH, Drosten C, Jacob Y, Tafforeau L,
Cassonnet P, Jones LM, Judith D, Couderc T, et al: Mapping of
Chikungunya virus interactions with host proteins identified nsP2 as a
highly connected viral component. J Virol 2012, 86(6):3121–3134.

23. Köhler M, Görlich D, Hartmann E, Franke J: Adenoviral E1A protein nuclear
import is preferentially mediated by importin alpha3 in vitro. Virology
2001, 289(2):186–191.

24. Köhler M, Speck C, Christiansen M, Bischoff FR, Prehn S, Haller H, Görlich D,
Hartmann E: Evidence for distinct substrate specificities of importin alpha
family members in nuclear protein import. Mol Cell Biol 1999,
19(11):7782–7791.

25. Miyamoto Y, Imamoto N, Sekimoto T, Tachibana T, Seki T, Tada S, Enomoto
T, Yoneda Y: Differential modes of nuclear localization signal (NLS)
recognition by three distinct classes of NLS receptors. J Biol Chem 1997,
272(42):26375–26381.

26. Welch K, Franke J, Köhler M, Macara IG: RanBP3 contains an unusual
nuclear localization signal that is imported preferentially by importin-
alpha3. Mol Cell Biol 1999, 19(12):8400–8411.

http://www.ebi.ac.uk/Tools/msa/clustalw2/
http://www.pymol.org


Thomas et al. Virology Journal 2013, 10:269 Page 13 of 13
http://www.virologyj.com/content/10/1/269
27. Güttler T, Madl T, Neumann P, Deichsel D, Corsini L, Monecke T, Ficner R,
Sattler M, Görlich D: NES consensus redefined by structures of PKI-type
and Rev-type nuclear export signals bound to CRM1. Nat Stuct Mol Biol
2010, 17(11):1367–1376.

28. Hantschel O, Wiesner S, Güttler T, Mackereth CD, Rix LL, Mikes Z, Dehne J,
Görlich D, Sattler M, Superti-Furga G: Structural basis for the cytoskeletal
association of Bcr-Abl/c-Abl. Mol Cell 2005, 19(4):461–473.

29. Taagepera S, McDonald D, Loeb JE, Whitaker LL, McElroy AK, Wang JY, Hope
TJ: Nuclear-cytoplasmic shuttling of C-ABL tyrosine kinase. Proc Natl Acad
Sci U S A 1998, 95(13):7457–7462.

30. Mattaj IW, Müller CW: Solving the NES problem. Nat Struct Mol Biol 2010,
17(11):1288–1289.

31. Kutay U, Güttinger S: Leucine-rich nuclear-export signals: born to be
weak. Trends Cell Biol 2005, 15(3):121–124.

32. Engelsma D, Valle N, Fish A, Salome N, Almendral JM, Fornerod M: A
supraphysiological nuclear export signal is required for parvovirus
nuclear export. Mol Biol Cell 2008, 19(6):2544–2552.

33. Corredor AG, St-Louis MC, Archambault D: Molecular and biological
aspects of the bovine immunodeficiency virus. Curr HIV Res 2012,
8(1):2–13.

34. Indik S, Gunzburg WH, Salmons B, Rouault F: A novel, mouse mammary
tumor virus encoded protein with Rev-like properties. Virology 2005,
337(1):1–6.

35. Harris ME, Gontarek RR, Derse D, Hope TJ: Differential requirements for
alternative splicing and nuclear export functions of equine infectious
anemia virus Rev protein. Mol Cell Biol 1998, 18(7):3889–3899.

36. Sharma K, Akerstrom S, Sharma AK, Chow VT, Teow S, Abrenica B, Booth SA,
Booth TF, Mirazimi A, Lal SK: SARS-CoV 9b protein diffuses into nucleus,
undergoes active Crm1 mediated nucleocytoplasmic export and triggers
apoptosis when retained in the nucleus. PLoS One 2011, 6(5):e19436.

37. Scheifele LZ, Ryan EP, Parent LJ: Detailed mapping of the nuclear export
signal in the Rous sarcoma virus Gag protein. J Virol 2005,
79(14):8732–8741.

38. Cerutti A, Maillard P, Minisini R, Vidalain PO, Roohvand F, Pecheur EI, Pirisi M,
Budkowska A: Identification of a functional, CRM-1-dependent nuclear
export signal in hepatitis C virus core protein. PLoS One 2011,
6(10):e25854.

39. Connor MK, Kotchetkov R, Cariou S, Resch A, Lupetti R, Beniston RG,
Melchior F, Hengst L, Slingerland JM: CRM1/Ran-mediated nuclear export
of p27(Kip1) involves a nuclear export signal and links p27 export and
proteolysis. Mol Biol Cell 2003, 14(1):201–213.

40. Ossovskaya V, Lim ST, Ota N, Schlaepfer DD, Ilic D: FAK nuclear export
signal sequences. FEBS Lett 2008, 582(16):2402–2406.

41. Eulalio A, Nunes-Correia I, Carvalho AL, Faro C, Citovsky V, Salas J, Salas ML,
Simoes S, de Lima MC: Nuclear export of African swine fever virus p37
protein occurs through two distinct pathways and is mediated by three
independent signals. J Virol 2006, 80(3):1393–1404.

42. Akhrymuk I, Kulemzin SV, Frolova EI: Evasion of the innate immune
response: the Old World alphavirus nsP2 protein induces rapid
degradation of Rpb1, a catalytic subunit of RNA polymerase II. J Virol
2012, 86(13):7180–7191.

43. Agapov EV, Frolov I, Lindenbach BD, Pragai BM, Schlesinger S, Rice CM:
Noncytopathic Sindbis virus RNA vectors for heterologous gene
expression. Proc Natl Acad Sci U S A 1998, 95(22):12989–12994.

44. Frolova EI, Fayzulin RZ, Cook SH, Griffin DE, Rice CM, Frolov I: Roles of
nonstructural protein nsP2 and Alpha/Beta interferons in determining
the outcome of Sindbis virus infection. J Virol 2002, 76(22):11254–11264.

45. Atasheva S, Garmashova N, Frolov I, Frolova E: Venezuelan equine
encephalitis virus capsid protein inhibits nuclear import in Mammalian
but not in mosquito cells. J Virol 2008, 82(8):4028–4041.

46. Follett EA, Pringle CR, Pennington TH: Virus development in enucleate
cells: echovirus, poliovirus, pseudorabies virus, reovirus, respiratory
syncytial virus and Semliki Forest virus. J Gen Virol 1975, 26(2):183–196.

47. Erwin C, Brown DT: Requirement of cell nucleus for Sindbis virus
replication in cultured Aedes albopictus cells. J Virol 1983, 45(2):792–799.

48. Kowalzik S, Xuan NV, Weissbrich B, Scheiner B, Schied T, Drosten C, Müller A,
Stich A, Rethwilm A, Bodem J: Characterisation of a chikungunya virus
from a German patient returning from Mauritius and develoment of a
serological test. Med Microbiol Immunol 2008, 197:381–386.
49. Takeda A, Sarma NJ, Abdul-Nabi AM, Yaseen NR: Inhibition of CRM1-
mediated nuclear export of transcription factors by leukemogenic
NUP98 fusion proteins. J Biol Chem 2010, 285(21):16248–16257.

50. Shaw ML, Cardenas WB, Zamarin D, Palese P, Basler CF: Nuclear localization
of the Nipah virus W protein allows for inhibition of both virus- and toll-
like receptor 3-triggered signaling pathways. J Virol 2005,
79(10):6078–6088.

51. Wang P, Palese P, O’Neill RE: The NPI-1/NPI-3 (karyopherin alpha) binding
site on the influenza a virus nucleoprotein NP is a nonconventional
nuclear localization signal. J Virol 1997, 71(3):1850–1856.

52. Sheng Z, Lewis JA, Chirico WJ: Nuclear and nucleolar localization of 18-
kDa fibroblast growth factor-2 is controlled by C-terminal signals.
J Biol Chem 2004, 279(38):40153–40160.

53. Offman MN, Tournier AL, Bates PA: Alternating evolutionary pressure in a
genetic algorithm facilitates protein model selection. BMC Struct Biol
2008, 8:34.

54. Guex N, Peitsch MC: SWISS-MODEL and the Swiss-PdbViewer: an
environment for comparative protein modeling. Electrophoresis 1997,
18(15):2714–2723.

55. London N, Raveh B, Cohen E, Fathi G, Schueler-Furman O: Rosetta
FlexPepDock web server–high resolution modeling of peptide-protein
interactions. Nucleic Acids Res 2011, 39(Web Server issue):W249–W253.

56. Mashiach E, Schneidman-Duhovny D, Andrusier N, Nussinov R, Wolfson HJ:
FireDock: a web server for fast interaction refinement in molecular
docking. Nucleic Acids Res 2008, 36(Web Server issue):W229–W232.

57. Andrusier N, Nussinov R, Wolfson HJ: FireDock: fast interaction refinement
in molecular docking. Proteins 2007, 69(1):139–159.

doi:10.1186/1743-422X-10-269
Cite this article as: Thomas et al.: Chikungunya virus capsid protein
contains nuclear import and export signals. Virology Journal 2013 10:269.
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


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Results
	The CHIKV CP contains an active NLS and binds to Karα4
	The CHICK CP binds to the Karα4 major NLS binding site
	The CHIKV CP contains a CRM1-dependent NES
	THE CHIKV CP NES is mapped to a leucine-rich domain
	In silico docking of CHIKV CP NES and CRM1 supports experimental data

	Discussion
	Conclusions
	Methods
	Plasmids, cloning, and mutagenesis
	Protein expression and purification
	Pull-down assay
	Co-immunoprecipitiation
	Transfection, treatment with LMB, and fluorescence microscopy
	Nuclear localization analysis
	Sequence alignment, protein modelling, and in silico protein-protein docking
	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




