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Abstract: Protein nuclear transport is an integral process to many cellular pathways and often plays
a critical role during viral infection. To overcome the barrier presented by the nuclear membrane and
gain access to the nucleus, virally encoded proteins have evolved ways to appropriate components
of the nuclear transport machinery. By binding karyopherins, or the nuclear pore complex, viral
proteins influence their own transport as well as the transport of key cellular regulatory proteins.
This review covers how viral proteins can interact with different components of the nuclear import
machinery and how this influences viral replicative cycles. We also highlight the effects that viral
perturbation of nuclear transport has on the infected host and how we can exploit viruses as tools to
study novel mechanisms of protein nuclear import. Finally, we discuss the possibility that drugs
targeting these transport pathways could be repurposed for treating viral infections.
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1. The Separation of Cytoplasmic and Nuclear Compartments

Within eukaryotic cells the nuclear envelope (NE) provides a physical barrier that spatially
separates the contents of the nucleus and cytoplasm at all stages of the cell cycle except during mitosis.
The NE confines key cellular processes like transcription and translation to the nuclear and cytoplasmic
compartments, respectively. This separation allows for complex regulation of gene expression as
well as a variety of other distinguishing factors between prokaryotic and eukaryotic organisms [1,2].
Newly transcribed mRNA must be exported from the nucleus to the cytoplasm to be translated, while
nuclear proteins such as transcription factors and histones must be imported into the nucleus from the
cytoplasm. For complex biological processes like signal transduction to occur, there must be dynamic
spatial and temporal regulation of proteins and other macromolecules between the cytoplasmic and
nuclear compartments, which ultimately requires passage across the NE in one or more directions.

Movement of molecules across the NE is restricted to the nuclear pore complex (NPC), which acts
as a “molecular sieve” by selectively allowing the passage of specific proteins and other molecules [3].
The NPC is an impressive biological machine built upon a framework comprising multiple copies
of roughly 30 different nuclear pore proteins called nucleoporins (Nups) [3,4]. The NPC represents
one of the largest macromolecular complexes present in eukaryotic cells and spans the double lipid
bilayer of the nuclear membrane, effectively creating an aqueous channel between the cytoplasm and
nucleus. Nups within the NPC can be roughly categorized as either scaffold Nups, which function
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in an architectural capacity, or FG-Nups that make up the inner aqueous channel [4]. Selective
interactions mediated by specific Nups provide the NPC with a diverse set of cellular roles, ranging
from contributions to genome organization and architecture, gene expression, cytoskeletal tethering,
and most notably, bidirectional transport of molecules across the NE [5–7].

Because of the size and composition of the NPC, molecules including proteins and RNAs cannot
easily pass and therefore require assistance. The central channel of the NPC is a formidable gate-keeper,
comprised of special FG-Nups, whose sequences are enriched with intrinsically disordered Phe and Gly
repeats that form a hydrogel-like structure [8,9]. Lower molecular weight molecules, including small
proteins, are capable of diffusing through the NPC so long as they can interact with FG-Nups. However,
as protein size increases, the ability for a protein to passively diffuse through the NPC diminishes
greatly [10,11]. Proteins that cannot simply diffuse into the nucleus employ the assistance of nuclear
transport receptors, known as karyopherins, which serve as adaptors by facilitating interactions with
FG-Nups [12,13].

2. The Nuclear Envelope Can Represent an Obstacle for Viral Infection

Understandably, the barriers that apply to cellular proteins and protein complexes also apply to
intracellular pathogens, most notably viruses, whose nuclear functions are intertwined with cellular
nucleocytoplasmic transport. For example, most DNA viruses and even some RNA viruses replicate
their genomes within the host nucleus, and crossing the NE represents a barrier to infection and
subsequent illness. As such, the mitotic state of the infected cell can become a key factor influencing the
initial stages of infection, depending on the presence or absence of functional viral particle interactions
with Nups [14]. As one example, a key difference between lentiviruses, like human immunodeficiency
virus type 1 (HIV-1), and other types of retrovirus is the ability of the lentiviral preintegration complex
(PIC) to cross the NE, allowing efficient infection of nonmitotic cells. A detailed review of mechanisms
utilized by viruses to gain initial access to the nucleus was recently compiled by Kobiler et al. [15].

Once a virus that requires access to the nucleus begins its transcriptional program, export of
virally encoded RNAs to the cytoplasm occurs, allowing translation of viral proteins by the host cell
protein synthesis apparatus. Many viruses, whether nuclear or cytoplasmic, inhibit cellular mRNA
nuclear export to prevent expression of cellular mRNAs encoding antiviral factors and to prevent
host mRNAs from competing for access to the translation machinery. This preserves resources for
viral protein production and often contributes to disease. Kuss et al. provide a detailed review of the
diverse strategies used by viruses to alter or inhibit host cell mRNA export from the nucleus [16].

After translation, many newly synthesized viral proteins will traverse back through NPCs to the
nucleus, and some will shuttle back and forth across the NE. These viral proteins may serve regulatory
roles for viral and/or cellular gene expression, alter chromatin structure or integrity, participate in
progeny virus assembly, and even trigger NE breakdown to allow viral progeny egress. In general,
the appropriation of cellular nucleocytoplasmic transport machinery allows many viruses to replicate
efficiently, can selectively alter host processes for the benefit of the virus, contribute to the evasion of
the host antiviral immune response, and ultimately contribute to pathogenesis [17].

In this review, we discuss how different viruses can manipulate cellular components of the
nucleocytoplasmic transport system in ways that allow them to control the transport of both viral
and cellular molecules with an emphasis on protein trafficking into the nucleus. In addition,
we will discuss how studies of viruses have provided, and continue to provide, mechanistic insight
into nucleocytoplasmic transport of protein as well as opportunities to treat infection by targeting
nuclear transport.

3. Nucleocytoplasmic Transport of Cellular Proteins

Passage of proteins through the NPC is often aided by transport factors called karyopherins,
which can be functionally classified as either importins or exportins depending on the direction
they carry their respective cargo. Most karyopherins belong to the highly conserved karyopherin-β
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(Kapβ) superfamily, which vary in number depending on the organism, ranging from 14 in the yeast
Saccharomyces cerevisiae to at least 20 in humans [18]. Kapβ’s can bind their cargo directly through the
recognition of either a distinct nuclear localization signal (NLS) or nuclear export signal (NES) [19].
Alternatively, they interact with cargo via adapter karyopherins, such as importin-α (Imp-α), which
also recognize distinct NLS sequences [20]. Interactions between karyopherins and their cargo is
dependent on a RanGDP/RanGTP gradient across the NE, with RanGTP being predominantly nuclear
and RanGDP cytoplasmic [21,22]. Within the cytoplasm, importins are free to associate with their
cargo. However, once in the nucleus, binding of RanGTP to karyopherins results in cargo dissociation.
Exportins function in the reverse order, interacting with RanGTP and their cargo in the nucleus and
dissociating from their cargo upon GTP hydrolysis within the cytoplasm (Figure 1A) [22].

To date, several mechanisms of protein nuclear import have been described, one of which is
the classical nuclear import pathway. Classical nuclear import utilizes Imp-α as an adaptor for
importin-β1 (Imp-β1) through binding of the Imp-β binding domain (IBB) within the N-terminal
region of Imp-α [23]. This is the best characterized pathway and is assumed to handle the majority of
protein nuclear import. In humans, seven different isoforms of Imp-α exist, each of which can bind
a unique set of cargo. An advantage of using Imp-α as an adapter, despite this process being more
energetically taxing, is an expansion of the repertoire of cargos that can indirectly utilize Imp-β1 [24].
The distribution of Imp-α isoforms across different cell types and at different stages of development is
critical for normal cellular function [25]. Having this additional level of dynamic control would not
be possible if proteins were only able to bind Imp-β1. Cargo proteins bind Imp-α through a classical
NLS (cNLS), which is best exemplified by the viral Simian Virus 40 (SV40) Large T antigen (TAg)
cNLS (PKKKRKV), one of the first NLSs ever described [26]. A common feature of all cNLSs is an
abundance of basic amino acids and their relatively short sequence length. Additionally, these can be
categorized as either monopartite, like the SV40 TAg cNLS, or bipartite, like with the nucleoplasmin
cNLS (KRPAATKKAGQAKKKK) where two short stretches of basic amino acids (underlined) are
separated by a linker region of varying length [27]. These sequence properties make cNLSs highly
predictable, and this has led to the development of numerous computationally based NLS prediction
algorithms [28].

Structurally, the interaction of cNLSs with Imp-α have been studied in detail [25]. Imp-α
is composed of ten Armadillo (Arm) repeats that contain two NLS-binding grooves. The major
NLS-binding groove is located within the N-terminal Arm repeats 2–4, and a minor site is located at
Arm repeats 7–8. Monopartite cNLSs specifically bind to the major NLS-binding site of Imp-α, whereas
bipartite cNLSs bind to both sites with the larger cluster of basic amino acids interacting with the major
NLS-binding site [29,30].

Several other members of the karyopherin β family are involved in nuclear import, including the
transportin proteins Imp-β2 (TNPO1) and Imp-β2b (TNPO2) as well as the bidirectional transporter
importin-13 (Imp-13) [31]. Currently, only a limited number of Imp-βs have characterized NLSs for
cargo binding. Of those identified, the best characterized NLSs are those that bind TNPO1 and TNPO2
using a PY-NLS. PY-NLSs can range from 15–100 residues long and are best described based on physical
criteria, which include structural disorder, overall positive charge, an N-terminal hydrophobic/basic
motif, and a C-terminal RX2-5PY consensus motif [32,33]. Interestingly, each of these characteristic
motifs appear to be structurally independent and contribute uniquely to the binding interaction [34].
To date, many TNPO1 and TNPO2 cargos have been identified, most of which contain a PY-NLS [35].
Fascinatingly, some cargo proteins such as histone H3 are able to bind with high affinity without
containing the PY motif and instead use an unusually strong N-terminal hydrophobic/basic motif [33].

Protein nuclear export mainly utilizes Crm1, otherwise known as Xpo1 or exportin-1, which
recognizes leucine-rich NESs in the presence of RanGTP. These sequences are generally 8–15 amino
acids long and contain 4–5 regularly spaced hydrophobic residues [36,37]. In fact, the first NESs
identified were of viral origin, originally discovered within the Rev proteins of HIV-1 as well as other
lentiviruses [38]. Hydrophobic residues within an NES act as anchors that bind a hydrophobic pocket
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formed by HEAT repeats 11 and 12 of Crm1 [39,40]. Unlike cNLSs, prediction of NESs is far less
accurate, and this likely is due to a combination of several factors [39]. Specifically, NES binding
to Crm1 is generally conformationally unrestrained because there is lack of contact with the NES
backbone, which allows hydrophobic anchor residues to bind in a variety of conformations. In addition,
NESs are unusual in that they are able to bind Crm1 in either the N- to C-terminal or C- to N-terminal
orientation, further enhancing the diversity of potential NESs [39,40]. Export of mRNA, on the other
hand, is typically handled by NXF1 via various adapter proteins, many of which are involved in mRNA
processing, coupling processing with transport [41]. Several other members of the Imp-β family are
associated with nuclear export of protein or RNA, and these include exportin-2, exportin-5, exportin-6,
and exportin-7 as well as bidirectional transporters importin-13 and exportin-4. However, in contrast to
Crm1, the cargo proteins recognized by these karyopherins have not been as extensively studied [31].

In summary, the diversity and range of nucleocytoplasmic transport processes provide the cell
with multiple strategies for targeting cellular proteins to either compartment. Some of these pathways
have been extensively studied, such as classical nuclear import and Crm1-mediate nuclear export, while
others remain to be described in further detail. More recent examples of novel nuclear import pathways
include those involving an ankyrin repeat:RanGDP pathway and transport of heat shock proteins
using Hikeshi [42,43]. Together, these examples demonstrate the need for continued mechanistic
investigation into nucleocytoplasmic transport, as novel strategies relating to transport and possible
therapeutic intervention are likely to exist.

4. Targeting Nuclear Import Machinery through Viral Mimicry

Each component of the nuclear transport system potentially represents a viable target that can be
appropriated by the virus during infection to allow and regulate entry of viral genomic information,
export of viral mRNA, and passage of viral proteins bidirectionally across the NE. A common theme
among many viruses is their limited coding capacity and, therefore, their absolute dependence on host
proteins and pathways for a productive infection. Given this, it is unsurprising that viral proteins have
evolved ways of interacting with the many components that make up the nuclear transport system.

4.1. Interactions with the Nuclear Pore Complex (NPC)

The most direct approach for viral proteins to traverse the NE is to target the NPC itself. Generally,
this phenomenon is reserved for capsid interactions to bring viral genomic information into the nucleus.
Herpes simplex virus type 1 (HSV-1) UL36 is a preformed tegument protein, which aids in docking the
viral capsid to the NPC by bridging the capsid with Nup358 of the NPC [44]. Similarly, the capsid
protein of HIV-1 interacts with Nup153 to mediate import of the PIC [45]. Alternatively, human
adenovirus (HAdV) has evolved an interesting mechanism for combining nuclear import of its genome
with capsid disassembly. The hexon protein of the HAdV capsid interacts with Nup214, a filamentous
protein of the NPC, which indirectly links to Kinesin-1 to cause disassembly of the viral capsid during
passage through the NE [46]. For the most part, genomic studies have been primarily responsible for
identifying components of the NPC important for the life cycle of many viruses; however, because of
the nature of these experiments, it is often unclear which interactions directly involve the NPC [47].

Aside from viral capsids reaching the nucleus, many viral proteins themselves must be transported
into and out of the nucleus by employing a variety of nucleoporins or karyopherins. Indeed, some viral
proteins interact with the NPC directly, and several instances of viral proteins that are not components
of the capsid directly binding the NPC have been documented (Figure 1B). These include BGLF4
from Epstein–Barr virus (EBV) and HIV-1 Vpr [48–50]. In vivo and in vitro experiments demonstrated
that the C-terminus of BGLF4 can directly associate with Nup62 and Nup153 independently of other
cellular factors. Based on structural predictions of BGLF4, its C-terminus may form multiple helical
regions that allow it to interact with FG-rich Nups like Nup62 and Nup153. As Imp-β interacts with
FG repeats through a series of HEAT repeats, which are also highly helical in nature, BGLF4 may
mimic this structural property of Imp-β to cross the NE [51].
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Figure 1. Viral appropriation of cellular nucleocytoplasmic transport. (A) Classical protein nuclear 
import mediated by Importin-α (Imp-α; green) and Importin-β (Imp-β; blue), and nuclear export 
pathways mediated by Crm1 (pink). (B–F) Selected examples of viruses perturbing or utilizing 
different components of the nuclear transport pathway. (B) Viruses can utilize the classical Imp-α/β 
pathway, Imp-β directly, the nuclear pore complex (NPC), or transportin through a PY-nuclear 
localization signal (PY-NLS) for nuclear import as well as Crm1 for nuclear export. (C) Viral proteins 
can perturb global nuclear transport by altering the dynamics of the NPC though the degradation or 
phosphorylation of nucleoporins (Nups). (D) Preventing nuclear import, or promoting export, of 
cellular proteins such as signal transducer and activator of transcription 1 (STAT1), interferon 
regulatory factor 3 (IRF3), or nuclear factor-kappa B (NF-κB) can block the antiviral innate immune 
response. (E) Venezuelan equine encephalitis virus (VEEV) capsid protein forms a tetrameric complex 
with Imp-α/β and Crm1 that “clogs” the NPC blocking import of other cellular proteins. (F) During 
hepatitis C virus (HCV) infection, key Nups are recruited to the membranous web, forming a “viral 
NPC”, to regulate transport of cellular and viral proteins as well as block access of pattern recognition 
receptors (PRRs) such as melanoma differentiation-associated protein 5 (MDA5) and retinoic acid-
inducible gene I (RIG-I). Figure created with BioRender. 

Figure 1. Viral appropriation of cellular nucleocytoplasmic transport. (A) Classical protein nuclear
import mediated by Importin-α (Imp-α; green) and Importin-β (Imp-β; blue), and nuclear export
pathways mediated by Crm1 (pink). (B–F) Selected examples of viruses perturbing or utilizing different
components of the nuclear transport pathway. (B) Viruses can utilize the classical Imp-α/β pathway,
Imp-β directly, the nuclear pore complex (NPC), or transportin through a PY-nuclear localization signal
(PY-NLS) for nuclear import as well as Crm1 for nuclear export. (C) Viral proteins can perturb global
nuclear transport by altering the dynamics of the NPC though the degradation or phosphorylation of
nucleoporins (Nups). (D) Preventing nuclear import, or promoting export, of cellular proteins such
as signal transducer and activator of transcription 1 (STAT1), interferon regulatory factor 3 (IRF3),
or nuclear factor-kappa B (NF-κB) can block the antiviral innate immune response. (E) Venezuelan
equine encephalitis virus (VEEV) capsid protein forms a tetrameric complex with Imp-α/β and Crm1
that “clogs” the NPC blocking import of other cellular proteins. (F) During hepatitis C virus (HCV)
infection, key Nups are recruited to the membranous web, forming a “viral NPC”, to regulate transport
of cellular and viral proteins as well as block access of pattern recognition receptors (PRRs) such as
melanoma differentiation-associated protein 5 (MDA5) and retinoic acid-inducible gene I (RIG-I). Figure
created with BioRender.
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Vpr, on the other hand, interacts with a poorly characterized nucleoporin CG1, also known as
nucleoporin-like protein 2 (NUPL2) [52]. During HIV-1 infection, Vpr is essential for nuclear import of
the preintegration complex (PIC), an essential step for replication in nondividing cells that also involves
Vpr binding Imp-α [53–55]. Docking the PIC at the NPC is facilitated by Vpr’s ability to bind the NPC
through CG1 as well as Imp-α, essentially making it a functional mimic of Imp-β [56]. Binding the
NPC is a strategy used by some cellular proteins, such as those involved in the Wnt signaling pathway
like β-catenin, but other cellular examples of this transport mechanism are far less common compared
to the number of cargos that use the classical transport receptors [57].

4.2. Interactions with Importins

Alternative approaches to using the NPC for nuclear import are exemplified by viral proteins
that interact with karyopherins, specifically importins. These viral proteins make use of either Imp-α
mediated import via the classic nuclear import pathway, surpass the adaptor in favor of a direct
interaction with Imp-β1, or utilize other Imp-β family members to enter the nucleus.

A simple yet effective approach to targeting cellular importins is through molecular mimicry of a
cNLS, which would allow viral proteins to interact with Imp-α (Figure 1B). Because of the sequence
characteristics and predictability of these peptide motifs, many viral cNLSs have been discovered in
a diverse range of viruses. For example, influenza A virus (IAV) NP and PB2, HIV-1 integrase and
Vpr, HAdV E1A, human papilloma virus (HPV) E2, HSV-1 pUL30, and many more all contain viral
cNLSs [55,58–64]. Effectively, viral cNLSs fall into the category of protein–protein interaction modules
mediated by short linear motifs (SLiMs) [65]. These motifs occur within intrinsically disordered regions
of proteins and are typically 10 amino acids or less with only a few amino acids critical for binding,
as is the case with only a few key basic amino acids within a cNLS. As a result of their low sequence
complexity, changing a single amino acid can easily destroy or create a novel interaction through ex
nihilo evolution [66]. These properties explain why SLiMs are ubiquitously found within cellular
hub proteins such as p53, as well as viral hub proteins like HAdV E1A [65,67]. In general, molecular
mimicry of SLiMs, which include cNLSs, is a common strategy used by viruses to perturb or usurp
host cell networks [68,69]. These examples illustrate how viral proteins can mimic cNLSs at the amino
acid level through convergent evolution.

An alternative approach for viral proteins to target the nuclear import machinery is to directly
bind Imp-β for entry into the nucleus (Figure 1B). Multiple viruses have been shown to bind Imp-β1
directly, surpassing the need for an adaptor protein. HIV-1 Rev was the first identified example of
this, although similar examples can be seen with HIV-1 Tat, human T-cell leukemia virus (HTLV) Rex,
HSV-1 capsid protein, hepatitis B virus (HBV) core protein, and HAdV VII [70–76]. Additionally, there
are other members of the Imp-β family, namely transportins, which can mediate import of proteins
into the nucleus. The IAV M1 and human cytomegalovirus (HCMV) UL79 proteins both contain
PY-NLSs that allow their interaction with the transportin nuclear import pathway (Figure 1B) [77,78].
Alternatively, many viral proteins have been shown to utilize transportin; however, many have no
identified PY-NLS. Specifically, HAdV core proteins V and VII, HIV-1 Rev, as well as HPV L2 and E6
have all been shown to interact with the transportin pathway, though none of these have identified
PY-NLSs [73,76,79–81]. It remains unclear whether these proteins lack a PY-NLS or if they simply have
an as yet unidentified PY-NLSs.

While we have listed these mechanisms as separate examples, biological systems are rarely that
simple. Both IAV and dengue virus (DENV) have been shown to have proteins that utilize multiple
import mechanisms to enter the nucleus [82,83]. The DENV NS5 protein can make use of either classical
nuclear import via Imp-α/β or through direct use of Imp-β for nuclear import. NS5 has a cNLS, which
allows it to utilize the classical import pathway; however, NS5 is also capable of binding to Imp-β
directly. Interestingly, this interaction can be prevented by another DENV protein, NS3 [82]. This
competition may be related to the additional functions of NS5 in perinuclear viral genome replication,
where the virus uses NS3 to reduce import of NS5, promoting its cytoplasmic accumulation [82]. IAV is
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another example of a virus using both the classical Imp-α/β pathway as well as direct use of Imp-β. The
viral RNA polymerase is comprised of three subunits that make use of different importins for nuclear
translocation. The A and B1 subunits dimerize within the cytoplasm before interacting with Imp-β3 for
nuclear import, while the B2 subunit uses Imp-α3 for import [83]. Additionally, the B2 subunit can use
different importins depending on its host (either avian or mammalian) for nuclear import. A unique
domain in the B2 subunit, which is either folded or unfolded depending on the presence of a salt
bridge, is responsible for this preference in importins [59,84]. These examples represent the complex
interplay viruses have with host processes and how viruses will force the cell to permit nuclear access
through one method or another. In addition to viral protein transport, viral interaction with importins
also leaves room for potential negative regulation. In fact, Imp-α5 can bind to Imp-β1 in complex with
the matrix protein of Newcastle disease virus, causing a reduction in overall nuclear import efficiency
in the infected cells [85].

4.3. Nuclear Export and Nucleocytoplasmic Shuttling

As discussed above, many viruses gain access to the nucleus, for various reasons, via interactions
with importins and the NPC. A consequence of having viral proteins and nucleic acids in the nucleus
is that, unless the virus causes disassembly of the nuclear membrane, it needs to carefully manage
the export of these components from the nucleus. Therefore, many viral proteins interact with Crm1
and the nuclear export machinery (Figure 1B). For example, HIV-1 Rev and HTLV-1 Rex, DENV NS5,
HCMV pp65, respiratory syncytial virus (RSV) M protein, IAV NS2, and NP all utilize Crm1 to mediate
nuclear export [86–92]. The main purpose of these proteins is to aid in nuclear export of viral mRNA,
but there may be other potential reasons for manipulating export.

Interestingly, some viral proteins contain both NLSs and NESs, and they are proficient at using
both the import and export machinery. Some examples include HCMV UL94, HSV-1 VP19C, UL3 and
US11, and HAdV E1A and E1B, which have at least one NLS and NES each [62,93–99]. An interesting
phenomenon presents itself with viral proteins that are required to bidirectionally cross the NE. These
proteins engage in so-called “nucleocytoplasmic shuttling”, which can require more complex regulation
of transport signals. For example, IAV M protein and NP are capable of nucleocytoplasmic shuffling
through their multiple NLS and NESs. While the M protein import is dependent on its NLS, its export
is regulated by two N-terminal NESs as well as a C-terminal interaction with the viral NEP protein,
all of which interact with Crm1 [100]. NP, on the other hand, makes use of at least one classical and one
nonclassical NLS as well as two Crm1-independent NESs and one Crm1-dependent NES [100]. An even
more complex example can be seen with rabies virus, which uses multiple isoforms of its P protein to
regulate nuclear import and export. P protein has a C-terminal NLS as well as an N-terminal NES,
which overlaps an additional NLS. In isoforms that are N-terminally truncated, the NLS overcomes the
NES function leading to a largely nuclear accumulation of the protein [101]. In general, this shuttling
phenomenon is likely important to the completion of each respective viral lifecycle. West Nile Virus
(WNV) NS5 is a definitive example of the importance of nucleocytoplasmic shuttling for productive
infection, as mutation of its NES impairs viral replication [102]. Taken together, numerous examples of
viral proteins that contain both an NLS and NES exemplify the importance of regulating bidirectional
transport across the nuclear membrane during infection.

5. Viral Disruption of Cellular Protein Trafficking

For efficient replication, a virus’s replicative cycle requires cellular proteins to be correctly localized
within the cell. RNA viruses that replicate strictly in the cytoplasm, like picornavirus, often require
host proteins that normally reside in the nucleus. Likewise, DNA viruses that replicate in the nucleus,
like HAdV, can relocalize normally cytoplasmic proteins. Spatial reorganization of the proteomic
landscape of a cell may allow viruses to evade cellular antiviral processes, including innate immunity,
as well as collect the appropriate resources into the correct subcellular compartment necessary for the
viral replicative cycle.
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5.1. Subverting Antiviral Immunity through Nucleocytoplasmic Transport

The host’s innate immune response serves as a front-line defense against viral infection [103]. This
relies on the recognition of viral components by cellular proteins called pattern recognition receptors
(PRRs), which trigger a signal transduction cascade that causes the infected cell to mount an innate
immune response [103]. Central to the innate antiviral immune response is the activation of type I
interferon (IFN) and NF-κB signaling pathways, which lead to the expression of IFN stimulated genes
(ISGs) and the production of an array of proinflammatory cytokines that ultimately work to halt or
delay viral replication. The production of type I IFN is triggered by the relocalization of interferon
regulatory factor (IRF) 3, IRF-7, and/or NF-κB transcription factors from the cytoplasm to the nucleus
in response to activated PRRs. The canonical type I IFN response involves activation of the Janus
kinase (JAK) and signal transducer and activator of transcription (STAT) pathways upon binding of
IFN to its receptor. This triggers translocation of activated STAT proteins into the nucleus resulting in
transcription of hundreds of ISGs [104]. In addition to contributing to type I IFN induction, the NF-κB
signaling pathway induces expression of a wide variety of other proinflammatory innate immunity
responses [105]. NF-κB is composed of a family of transcription factors (p50, p52, p65, c-Rel, and RelB).
Classical activation of this pathway involves the release of p50/p65 from an inhibitory complex with
the inhibitory component IκBα in the cytoplasm, allowing p50/p65 to translocate into the nucleus
and activate expression of a variety of proinflammatory genes [106]. The evolutionary relationship
between viruses and their host has led viruses to develop strategies that allow them to subvert host
antiviral immune responses. Since many of the signaling proteins involved in the IFN response require
passage across the NE, it is not surprising that viruses have evolved strategies to target the different
components involved in nucleocytoplasmic transport as a means of blocking these antiviral processes
(Figure 1C).

One component that can be targeted to block innate antiviral responses is the karyopherin proteins,
which are directly responsible for cargo recognition. An example of this is the hepatitis C virus (HCV)
NS3/4A protease, a well-studied protein involved in evading innate immunity [107]. NS3/4A functions
by interacting with and subsequently cleaving Imp-β1, resulting in its loss of function [108]. This
study also demonstrated that Imp-β1 was the main nuclear import receptor for interferon regulatory
factor 3 (IRF3) and NF-κB, which are key transcription factors controlling antiviral innate immunity
as described above. Thus, cleavage of Imp-β1 reduces nuclear transport of IRF3 and NF-κB p65 at
early time points during infection, effectively delaying the IFN response. As another example, Imp-α
is degraded in a caspase-3-dependent manner during enterovirus 71 infection, preventing NF-κB
function [109,110]. While many other viruses have evolved strategies to suppress NF-κB activity,
cleavage of Imp-α or Imp-β1 by a viral protein represents a novel strategy to block NF-κB from
performing its nuclear functions by interfering with its transport across the NE.

A less direct way of blocking nuclear translocation of cellular proteins involved in innate
immune signaling is through simple competition for Imp-α. Ebola VP24 can compete with
tyrosine-phosphorylated STAT1, whose nuclear import is essential for transcriptional activation
of ISGs, for binding to Imp-α5, α6, and α7 [111,112]. Japanese encephalitis virus NS5 protein is able to
bind Imp-α3 and α4 to compete with IRF3 and NF-κB p65 binding, preventing their nuclear import
and ability to activate IFN signaling [113]. More recently it was shown that the 4b protein of Middle
East respiratory syndrome coronavirus is able to out compete NF-κB p65 for binding to Imp-α3 [114].
Beyond the examples listed here, other viruses have evolved similar mechanisms to target importins
to evade host innate immunity. This can include sequestering importins in the cytoplasm and even
expressing microRNA to downregulate Imp-α expression [17,115,116]. As mentioned previously,
how viruses can alter the mRNA export pathway to promote viral mRNA and/or block host mRNA
export has been reviewed [16]. However, examples of viruses targeting the protein nuclear export
pathway mediated by Crm1 to specifically evade antiviral immunity are less common. As one example,
the methyltransferase-like domain of Chikungunya virus (CHIKV) nsP2 protein promotes nuclear
export of STAT1 through a currently unknown mechanism. Taken together, these examples demonstrate



Cells 2019, 8, 559 9 of 23

that targeting karyopherins (importins/exportins) can be a key step in immune evasion and presumably
viral pathogenesis.

A completely different approach used by a variety of viruses to evade host innate immunity
is the establishment of viral organelle-like replication factories (RFs) [117,118]. RFs are specialized
membranous compartments that form in the nucleus or cytoplasm, depending on the virus, where
necessary cellular factors are recruited and concentrated for efficient virus replication. Additionally,
these membranous structures shield the viral genome from the hostile cellular environment and/or
detection by PRRs. In the case of HCV, which forms a type of RF referred to as cytoplasmic membranous
webs (MWs), essential Nups and karyopherins are recruited to these structures to form a derivative of
a functional NPC (Figure 1F) [119]. Moreover, during HCV infection, GFP-SV40 TAg cNLS fusions
can specifically localize to MWs, demonstrating functional NPC-mediated transport. Upon infection,
expression of a subset of Nups was also increased, suggesting that these cytoplasmic NPCs are being
built from newly synthesized Nups as well as appropriating them from existing Nup pools. The use
of these NPC derived structures to regulate transport allows cellular proteins with NLSs to shuttle
into the MW, while excluding cellular antiviral sensors like retinoic acid-inducible gene I (RIG-I) and
melanoma differentiation-associated protein 5 (MDA5), both which recognize viral RNA and do not
have NLSs [120,121]. Under normal cellular conditions, cytoplasmic functions for karyopherins and
NPCs have been observed with annulate lamellae, a structure composed of stacked endoplasmic
reticulum-derived membranes [122,123]. These structures have also been observed to accumulate
during infection with viruses like hepatitis A virus, Japanese encephalitis virus, and rubella virus.
However, the role of annulate lamellae during viral infection has largely remained elusive [123–126].

5.2. General Disruption of Host Nucleocytoplasmic Transport

Beyond evading innate immunity, the viral replicative cycle may require localization of cellular
proteins to subcellular compartments different from their normal localization. In some cases,
relocalization is specific to certain proteins, while in others it is broad effecting a multitude of
proteins. Picornaviruses, such as human rhinovirus (HRV) and poliovirus (PV), are able to target
Nup153, a component of the NPC nuclear basket, as well as the FG-rich nucleoporins Nup62 and
Nup98 causing their cleavage through virally encoded 2A proteases (2Apro) (Figure 1D) [127–130].
More specifically, 2Apro from HRV and PV specifically cleaves the FG-rich region from Nup62, a region
involved in recognizing karyopherins and forming the inner channel of the NPC [131]. Applying
quantitative mass spectrometry to HRV-infected cells, roughly 276 proteins with increased abundance
in the cytoplasm were identified. This appeared to be a highly selective re-equilibration of proteins,
with most of the affected targets having known mRNA splicing and transport-related functions.
Importantly, at least some of these normally nuclear factors contribute to virus replication in the
cytoplasm, suggesting that these viruses systematically hijack these functions via interference with the
NPC, leading to subcellular relocalization of key cellular factors that promote infection [132].

Although less well-studied, other viruses such as IAV, EBV, and Venezuelan equine encephalitis
virus (VEEV) have evolved strategies for targeting components of the NPC as well. EBV, a DNA
virus, encodes the Ser/Thr protein kinase BGLF4, which induces phosphorylation of Nup62 and
Nup153 (Figure 1D) [133]. In the presence of BGLF4, nuclear targeting of Imp-β1 was attenuated,
inhibiting cNLS-mediated nuclear import in general. In contrast, the nuclear import of several non-NLS
containing EBV lytic proteins was promoted in the presence of BGLF4. IAV, an RNA virus that replicates
within the nucleus, induces enlargement of the NPC by exploiting cellular caspase activity [134].
Caspase activation at later timepoints during infection results in degradation of Nup153, altering the
structural integrity of the NPC and likely aiding in passive diffusion of ribonucleoprotein complexes
through the nuclear envelope. Another RNA virus with an unusual strategy of targeting the NPC is
VEEV, a mosquito-borne pathogen that can affect humans in addition to equine species. Amino acid
region 30–68 (H68) of the VEEV capsid protein contains both an NLS and NES, which allows it to
simultaneously bind the opposing transport factors Crm1 and Imp-α/β [135]. The NES, in particular,
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is unique in that it strongly binds Crm1 within the cytoplasm in the absence of RanGTP. In an attempt
to shuttle into the nucleus, this tetrameric complex becomes wedged within the NPC, essentially
“clogging” it (Figure 1E). Both the H68 peptide and capsid protein appear to have the same effect
on classical nuclear import by blocking transport of cNLS-bearing recombinant proteins in addition
to transcriptional shutoff [135,136]. How exactly this is achieved, which Nups are targeted and the
cellular effects of blocking NPCs during infection, remains to be further characterized.

Establishing a state conducive to viral infection can also involve precise nucleocytoplasmic
redistribution of select cellular proteins, a process best described by the HAdV E1A protein. E1A
itself has no intrinsic DNA binding or enzymatic capabilities and therefore relies on host proteins to
carry out such functions [67]. During HAdV infection, E1A interacts with the regulatory subunits
RIα and RIIα of protein kinase A (PKA) and preferentially relocalizes them to the nucleus from the
cytoplasm. Interestingly, HAdV-5 and -12 have different preferences, with the former relocalizing RIα
and the latter RIIα [137–139]. Normally, the subcellular localization of PKA is regulated by cellular
A-kinase anchoring proteins (AKAP). However, during infection, E1A appropriates this role by direct
competition with cellular AKAPs and functions as a viral AKAP (vAKAP) mimic [137,139]. PKA is a
major Ser/Thr kinase with hundreds of documented phosphorylation sites listed in PhosphoSitePlus,
and by altering the subcellular localization of PKA the phosphorylation status of many cellular proteins
is likely effected [140].

Collectively, these examples demonstrate how viruses can target the different components of
the nuclear transport system to cause widespread or selective spatial redistribution of cellar proteins.
Targeting the NPC is a common strategy adopted by diverse viruses to alter host nucleocytoplasmic
transport or even establish its own transport system, like with HCV, while other viruses like HAdV can
relocalize single proteins to the nucleus. By disrupting transport between the cytoplasm and nucleus,
viruses can elicit large proteomic changes that influence cellular dynamics in ways that are beneficial
to the viral life cycle and promote infection.

6. Viruses as a Tool to Discover Mechanisms of Nuclear Transport

Classical nuclear import has been studied extensively and is assumed to handle the majority of
protein import into the nucleus [141]. This is likely due to the number of proteins with documented
cNLSs, as well as the sequence characteristics of cNLSs, which make them highly amenable to
computational prediction [142–145]. Despite this, prediction programs fail to identify cNLSs in 40–60%
of nuclear proteins from both yeast and mice. In addition, up to 50% of proteins that interact with
Imp-α in yeast do not have a predictable cNLS [28,141]. Taken together, these findings highlight the
fact that many nuclear proteins in yeast, mice, and likely humans, are transported to the nucleus using
nonclassical pathways, unusual NLSs, or possibly by using the classical pathway in a nonclassical or
unconventional manner.

One limitation when studying nonclassical nuclear import is the lack of definitive consensus
motifs compared to cNLSs. This makes identifying potential NLSs in both cellular and viral proteins
difficult, even when they are known to localize to the nucleus. Characterizing the nuclear import of
viral proteins can provide useful insight into novel nuclear import strategies. One such example of this
was revealed by the structure of Imp-α bound to IAV NP [146]. NP binds exclusively to the minor
NLS-binding site in Imp-α, a site typically occupied by bipartite cNLSs. Why NP specifically targets the
minor site and the consequences of this specific mode of binding to Imp-α remains to be determined.
It is plausible that by binding the minor NLS-binding site, NP can compete with cellular bipartite
cNLSs for Imp-α without influencing the binding of monopartite cNLSs to the major NLS-binding site.
Binding the minor site occurs within the extreme N-terminal region of NP, with the amino acid sequence
SQGTKRSYEQME. This sequence was originally described nearly two decades ago as one of the first
nonclassical NLSs and is not identified by common cNLS prediction algorithms [147]. Other cellular
proteins since then have been shown to preferentially bind Imp-α’s minor NLS-binding site; however,
the unconventional NP NLS only weakly resembles those cellular sequences [142,148,149]. Defining
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rules that can identify peptide sequences that bind the minor NLS-binding site is currently under
way [150]. Thus, through the study of viral proteins such as IAV NP, these rules can be further refined
while also providing mechanistic knowledge as to the consequences of these binding preferences.

Like IAV NP, several other viral NLSs do not adhere to the rules defining a cNLS. An interesting
example of this is the HSV-1 VP19C NLS (PRGSGPRRAAS) [97,151]. Nuclear import of VP19C
depends on Imp-β1 but does not require Imp-α. It is unknown if VP19C directly interacts with Imp-β1;
however, it also remains possible this NLS functions by piggybacking on other Imp-β1 binding proteins.
As another example, the Borna disease virus (BDV) p10 protein NLS (RLTLLELVRRLNGN) can bind
Imp-α1 both in vitro and in vivo [151]. This NLS, like the VP19C NLS, harbors a small cluster of basic
amino acids that are characteristic of a cNLS yet is not sufficient to define it as a cNLS by conventional
criteria. Additionally, the abundance of leucine in this motif is intriguing, as it makes this nonclassical
NLS more characteristic of a nuclear export signal. Additionally, this same stretch of amino acids
binds to the virally encoded BDV p24 phosphoprotein, setting up an equilibrium that may regulate
localization or function [152]. The unique characteristics of this motif demonstrate a dual-purpose
approach to achieving nuclear import and forming other protein–protein interactions.

In addition to what viral NLSs teach us about nonclassical or unconventional nuclear import,
some viral proteins have expanded our knowledge of already well-established cNLSs. Based on
the nucleoplasmin bipartite cNLS, the linker region between the two clusters of basic amino acids
defining a bipartite cNLS have been traditionally limited to a maximum of ten amino acids [27].
Studies of the Ty1 integrase protein, an essential component of the yeast Saccharomyces cerevisiae Ty1
retrotransposon (considered a primitive retrovirus), showed that it contained a bipartite cNLS with a 29
amino acid linker [153–155]. Having evidence of a functional bipartite cNLS, albeit of viral origin, with
an extended linker region led Lange et al. to search the yeast proteome for similar cellular bipartite
cNLSs. This allowed them to experimentally confirm that Rrp4 had a true bipartite cNLS with a linker
of 25 amino acids, demonstrating how studies of viral proteins can provide insight into cellular protein
nuclear import.

As linker length increases, so does the probability of finding new bipartite cNLSs, or in
some instances redefining a previously defined monopartite cNLSs as bipartite. This was the
case with the HAdV-5 E1A protein, whose C-terminal cNLS was historically described as monopartite
(KRPRP) [61,156]. Upon further examination of the E1A C-terminal region, the monopartite cNLS was
predicted and experimentally determined to be a bipartite cNLS with a 21 amino acid linker region [62].
Interestingly, within this bipartite cNLS linker region lies a CtBP binding motif (PLDLS) [157]. Finding
other protein interaction motifs within the linker region between the two halves of a bipartite cNLS
is an uncommon feature. To our knowledge, the only other example of this is the S. cerevisiae Whi5
protein, which harbors a binding motif for the proline isomerase Ess1 in the bipartite NLS linker [158].
It remains unknown whether or not these binding sites compete or assist with Imp-α interaction.

In contrast to already established cNLSs, there are regions within viral proteins that have no
resemblance to a prototypical cNLSs. The HCMV pUL34 protein is one such example of this, with a
peculiar NLS (QTPHMWARSIRLI) spanning amino acids 198–210 [159]. Interestingly, cNLS prediction
software predicted two possible NLSs in this protein, neither of which were present in the 198–210
fragment. Using pUL34-GFP fusion proteins, deletion of this region resulted in loss of nuclear
localization, even when the other predicted cNLSs were present. Other examples like pUL34 exist
within the HAdV E1A proteins across multiple different species [160]. Using a yeast-based nuclear
import assay, amino acids 30–69 of E1A were shown to mediate nuclear import. This region indirectly
interacts with two different representative Imp-α family members Qip1 (Imp-α2 family member)
and Rch1 (Impα-1 family member), despite lacking any basic residues. These results suggest that a
piggybacking mechanism allows E1A to localize to the nucleus via a mechanism separate from the
bipartite cNLS described above. As mentioned before, many nuclear proteins in yeast that bind Imp-α
do not have a predictable cNLS, making piggybacking into the nucleus a likely strategy for cellular
proteins as well [28,141]. The extent to which piggybacking into the nucleus is utilized as the sole
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method of nuclear import remains unknown, and there are only a few confirmed examples of cellular
proteins utilizing this strategy [161–164]. However, the evidence provided by viral proteins such as
E1A suggests that this could be a more common process employed by cellular proteins than previously
thought [165].

Much like the SV40 TAg NLS, one of the first NLSs ever described, viral nuclear import strategies
can provide researchers with tools to understand mechanism and find parallel cellular processes.
Many of the molecular mechanisms underlying these unusual or peculiar NLSs have yet to be further
explored, and it is likely other viral and cellular examples like these exist. With the aid of viral proteins,
our definition of cNLSs (and NLSs in general) is expanding, shedding light on novel cellular nuclear
import strategies.

7. Targeting Nuclear Transport to Control Viral Replication

Despite substantial differences in the viral replicative cycle between RNA and DNA viruses, both
classes of viruses utilize components of the nuclear transport system. Indeed, nuclear import and
export of viral proteins and RNA is required for efficient replication of many viruses. Regardless of
how different viruses utilize the nuclear transport machinery, the reliance of many viruses on nuclear
import and export make it a logical therapeutic target for treating infection. To date, several drugs
have been shown to target either nuclear import or export, many of which are in clinical trials and
some of which are already approved for certain indications unrelated to viral infection [166].

One of the best documented drugs impacting the nuclear import process is ivermectin (IVM).
Currently, IVM is one of the most widely distributed antiparasitic drugs and has contributed to a
dramatic decrease in river blindness and lymphatic filariasis in some of the poorest parts of the
world [167]. As a drug already approved for human use, with minimal side effects, IVM has become of
increasing interest as it represents an attractive prospect for repurposing for treatment of other illnesses.
Indeed, IVM may have therapeutic benefits in other diseases, including nonalcoholic fatty liver disease,
inhibition of cancer stem-like cells, and antitumor effects through targeting several pathways involved
in cancer [168–170]. More recently, IVM was shown to reduce the incidence of childhood malaria as
well as provide protection through its mosquitocidal effects [171,172]. In regards to nucleocytoplasmic
transport, a high-throughput drug screen specifically targeted at identifying inhibitors of nuclear
import yielded IVM as a broad-spectrum Imp-α/β inhibitor [173].

With respect to antiviral function, IVM is effective against RNA viruses, including HIV, as well
as mosquito-borne flaviviruses like DENV and alphaviruses like CHIKV [174–176]. Studies of the
antiviral function of IVM have shown that it is a potent nuclear import inhibitor of HIV-1 integrase
as well as DENV-2 NS5 protein, and that treatment with IVM inhibits infection with HIV-1 and
DENV-2 [176]. Additionally, IVM was shown to be an inhibitor of NS5 nuclear import, and it protected
against infection from all four DENV serotypes [174]. Currently, dengue fever is considered one of
the most common and rapidly spread mosquito-borne viral diseases and is endemic to more than
100 countries [177]. The incidence of DENV infection over the past 50 years has increased 30-fold,
demonstrating the need for prevention and control strategies [178,179]. DENV is primarily spread
by Aedes mosquitos, which include A. aegypti and A. albopictus. It was also recently demonstrated
that treatment of infected A. albopictus mosquitos with IVM inhibited viral replication of DENV-2,
suggesting IVM could be a valuable strategy for controlling mosquito-borne infection and spread of
DENV [180].

IVM has also shown potency against other flaviviruses like Zika virus (ZIKV), which currently
has no approved vaccines or specific treatments [181]. A screen of FDA-approved drugs demonstrated
IVM to be an effective inhibitor of ZIKV infection across multiple cell types with minimal toxicity [181].
Furthermore, these studies demonstrate that IVM can be effective against a genus of virus, like
flavivirus, and potentially others, such as alphavirus, where IVM treatment of infected cells resulted in
a 2–4 log reduction in viral titers from CHIKV, Semliki Forest virus, and Sindbis virus [175].
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Beyond IVM, other nuclear import inhibitors have not been studied as extensively for targeting
the viral life cycle. The steroid analog mifepristone (marketed as Mifegyne), another importin α/β

inhibitor, has been shown to inhibit adenovirus infection as well as the nuclear import of HIV-1
integrase and the VEEV capsid protein [182]. Based on this mounting evidence, Imp-α/β inhibitors
may have useful clinical activities for targeting viral infections [173,183]. Currently, neither IVM nor
mifepristone is approved for treatment of any viral-based infections despite their potential therapeutic
benefit. In another example, high-throughput drug screening discovered several compounds that were
able to target the VEEV capsid protein:Imp-α/β interaction [184]. Unique to these compounds were
their abilities to specifically inhibit this interaction without blocking the TAg-cNLS:Imp-α/β interaction,
essentially leaving classical nuclear import unscathed.

In contrast to nuclear import, the development of inhibitors targeting protein nuclear export via
Crm1 is far more advanced. The first drug discovered to inhibit nuclear export was the antibiotic
leptomycin B (LMB), which was originally shown to inhibit nuclear export of the HIV-1 Rev protein [185].
Despite LMB administration being highly toxic in humans, its use a molecular tool has aided in the
discovery of hundreds of Crm1 export cargos and continues to be a valuable tool for studying
nucleocytoplasmic shuttling [186,187]. Many drugs have been shown to target Crm1-mediated export;
however, none have been tested in a clinical setting to treat viral infection [188]. A more recent
class of drugs under development are the selective inhibitors of nuclear export (SINE), which are
primarily being investigated as anticancer agents and are involved in several clinical trials [189]. Of the
several drugs in this class, Verdinexor (KPT-335) has been demonstrated to function as a potential
antiviral [190]. In vitro evidence has shown the effectiveness of Verdinexor against RSV, VEEV, IAV,
EBV, Kaposi’s sarcoma virus (KSHV), HAdV-5, and HPV-11 [191–194]. Additionally, prophylactic and
therapeutic administration of Verdinexor protected mice against disease pathology when challenged
with IAV [193]. Similarly, Verdinexor-treated ferrets had reduced viral burden and lung pathology
associated with IAV infection [195].

Examples such as those described above highlight nucleocytoplasmic transport as a potential
avenue for treating viral infection and, more importantly, doing so with minimal toxicity. Based on our
current knowledge, targeting protein nuclear import or export by repurposing drugs like IVM and
Verdinexor could be a viable approach for treating and controlling viral infections.

8. Conclusions

As obligate intracellular parasites, viruses are critically dependent on numerous host cell proteins
and pathways for their replicative cycle. Many viruses rely on the host nucleocytoplasmic transport
apparatus, taking advantage of both classical and nonclassical mechanisms to gain access to and from
the nucleus. Through targeting certain components of the nucleocyctoplasmic transport machinery,
viruses can have profound effects on the cellular proteome to manipulate cellular processes including
innate immunity. In general, studying the relationships of viruses and their hosts continues to teach us
about underappreciated aspects of nucleocytoplasmic transport and may provide new targets for the
control of virus infection and their associated diseases.

Author Contributions: Conceptualization, T.M.T. and J.S.M.; writing—original draft preparation, T.M.T., M.J.D
and M.A.P.; reviewing and editing, all authors.

Funding: This research was funded by a grant provided by the Natural Sciences and Engineering Research
Council of Canada, grant number RGPIN-2016-05051 awarded to J.S.M.

Acknowledgments: The authors apologize to colleagues whose work could not be cited because of
space constraints.

Conflicts of Interest: The authors declare no conflict of interest.



Cells 2019, 8, 559 14 of 23

References

1. Martin, W.; Koonin, E.V. Introns and the origin of nucleus-cytosol compartmentalization. Nature 2006, 440,
41–45. [CrossRef]

2. Devos, D.P.; Graf, R.; Field, M.C. Evolution of the nucleus. Curr. Opin. Cell Biol. 2014, 28, 8–15. [CrossRef]
3. Schwartz, T.U. The Structure Inventory of the Nuclear Pore Complex. J. Mol. Biol. 2016, 428, 1986–2000.

[CrossRef]
4. Beck, M.; Hurt, E. The nuclear pore complex: Understanding its function through structural insight. Nat. Rev.

Mol. Cell Biol. 2017, 18, 73–89. [CrossRef]
5. Cautain, B.; Hill, R.; de Pedro, N.; Link, W. Components and regulation of nuclear transport processes.

FEBS J. 2015, 282, 445–462. [CrossRef]
6. Goldberg, M.W. Nuclear pore complex tethers to the cytoskeleton. Semin. Cell Dev. Biol. 2017, 68, 52–58.

[CrossRef]
7. Ptak, C.; Aitchison, J.D.; Wozniak, R.W. The multifunctional nuclear pore complex: A platform for controlling

gene expression. Curr. Opin. Cell Biol. 2014, 28, 46–53. [CrossRef]
8. Frey, S.; Gorlich, D. A saturated FG-repeat hydrogel can reproduce the permeability properties of nuclear

pore complexes. Cell 2007, 130, 512–523. [CrossRef]
9. Aramburu, I.V.; Lemke, E.A. Floppy but not sloppy: Interaction mechanism of FG-nucleoporins and nuclear

transport receptors. Semin. Cell Dev. Biol. 2017, 68, 34–41. [CrossRef]
10. Frey, S.; Rees, R.; Schunemann, J.; Ng, S.C.; Funfgeld, K.; Huyton, T.; Gorlich, D. Surface Properties

Determining Passage Rates of Proteins through Nuclear Pores. Cell 2018, 174, 202–217.e9. [CrossRef]
11. Timney, B.L.; Raveh, B.; Mironska, R.; Trivedi, J.M.; Kim, S.J.; Russel, D.; Wente, S.R.; Sali, A.; Rout, M.P.

Simple rules for passive diffusion through the nuclear pore complex. J. Cell Biol. 2016, 215, 57–76. [CrossRef]
[PubMed]

12. Chook, Y.M.; Blobel, G. Karyopherins and nuclear import. Curr. Opin. Struct. Biol. 2001, 11, 703–715.
[CrossRef]

13. Radu, A.; Moore, M.S.; Blobel, G. The peptide repeat domain of nucleoporin Nup98 functions as a docking
site in transport across the nuclear pore complex. Cell 1995, 81, 215–222. [CrossRef]

14. Fay, N.; Pante, N. Nuclear entry of DNA viruses. Front. Microbiol. 2015, 6, 467. [CrossRef] [PubMed]
15. Kobiler, O.; Drayman, N.; Butin-Israeli, V.; Oppenheim, A. Virus strategies for passing the nuclear envelope

barrier. Nucleus 2012, 3, 526–539. [CrossRef] [PubMed]
16. Kuss, S.K.; Mata, M.A.; Zhang, L.; Fontoura, B.M.A. Nuclear imprisonment: Viral strategies to arrest host

mRNA nuclear export. Viruses 2013, 5, 1824–1849. [CrossRef] [PubMed]
17. Yarbrough, M.L.; Mata, M.A.; Sakthivel, R.; Fontoura, B.M.A. Viral subversion of nucleocytoplasmic

trafficking. Traffic 2014, 15, 127–140. [CrossRef] [PubMed]
18. Harel, A.; Forbes, D.J. Importin beta: Conducting a much larger cellular symphony. Mol. Cell 2004, 16,

319–330. [CrossRef]
19. Xu, D.; Farmer, A.; Chook, Y.M. Recognition of nuclear targeting signals by Karyopherin-beta proteins.

Curr. Opin. Struct. Biol. 2010, 20, 782–790. [CrossRef] [PubMed]
20. Goldfarb, D.S.; Corbett, A.H.; Mason, D.A.; Harreman, M.T.; Adam, S.A. Importin alpha: A multipurpose

nuclear-transport receptor. Trends Cell Biol. 2004, 14, 505–514. [CrossRef]
21. Cavazza, T.; Vernos, I. The RanGTP Pathway: From Nucleo-Cytoplasmic Transport to Spindle Assembly and

Beyond. Front. Cell Dev. Biol. 2015, 3, 82. [CrossRef] [PubMed]
22. Stewart, M. Molecular mechanism of the nuclear protein import cycle. Nat. Rev. Mol. Cell Biol. 2007, 8,

195–208. [CrossRef] [PubMed]
23. Lott, K.; Cingolani, G. The importin beta binding domain as a master regulator of nucleocytoplasmic

transport. Biochim. Biophys. Acta 2011, 1813, 1578–1592. [CrossRef] [PubMed]
24. Riddick, G.; Macara, I.G. The adapter importin-alpha provides flexible control of nuclear import at the

expense of efficiency. Mol. Syst. Biol. 2007, 3, 118. [CrossRef] [PubMed]
25. Pumroy, R.A.; Cingolani, G. Diversification of importin-alpha isoforms in cellular trafficking and disease

states. Biochem. J. 2015, 466, 13–28. [CrossRef]
26. Kalderon, D.; Roberts, B.L.; Richardson, W.D.; Smith, A.E.; Hill, M. A Short Amino Acid Sequence Able to

Specify Nuclear Location. Cell 1984, 39, 499–509. [CrossRef]

http://dx.doi.org/10.1038/nature04531
http://dx.doi.org/10.1016/j.ceb.2014.01.004
http://dx.doi.org/10.1016/j.jmb.2016.03.015
http://dx.doi.org/10.1038/nrm.2016.147
http://dx.doi.org/10.1111/febs.13163
http://dx.doi.org/10.1016/j.semcdb.2017.06.017
http://dx.doi.org/10.1016/j.ceb.2014.02.001
http://dx.doi.org/10.1016/j.cell.2007.06.024
http://dx.doi.org/10.1016/j.semcdb.2017.06.026
http://dx.doi.org/10.1016/j.cell.2018.05.045
http://dx.doi.org/10.1083/jcb.201601004
http://www.ncbi.nlm.nih.gov/pubmed/27697925
http://dx.doi.org/10.1016/S0959-440X(01)00264-0
http://dx.doi.org/10.1016/0092-8674(95)90331-3
http://dx.doi.org/10.3389/fmicb.2015.00467
http://www.ncbi.nlm.nih.gov/pubmed/26029198
http://dx.doi.org/10.4161/nucl.21979
http://www.ncbi.nlm.nih.gov/pubmed/22929056
http://dx.doi.org/10.3390/v5071824
http://www.ncbi.nlm.nih.gov/pubmed/23872491
http://dx.doi.org/10.1111/tra.12137
http://www.ncbi.nlm.nih.gov/pubmed/24289861
http://dx.doi.org/10.1016/j.molcel.2004.10.026
http://dx.doi.org/10.1016/j.sbi.2010.09.008
http://www.ncbi.nlm.nih.gov/pubmed/20951026
http://dx.doi.org/10.1016/j.tcb.2004.07.016
http://dx.doi.org/10.3389/fcell.2015.00082
http://www.ncbi.nlm.nih.gov/pubmed/26793706
http://dx.doi.org/10.1038/nrm2114
http://www.ncbi.nlm.nih.gov/pubmed/17287812
http://dx.doi.org/10.1016/j.bbamcr.2010.10.012
http://www.ncbi.nlm.nih.gov/pubmed/21029753
http://dx.doi.org/10.1038/msb4100160
http://www.ncbi.nlm.nih.gov/pubmed/17551513
http://dx.doi.org/10.1042/BJ20141186
http://dx.doi.org/10.1016/0092-8674(84)90457-4


Cells 2019, 8, 559 15 of 23

27. Robbins, J.; Dilworth, S.M.; Laskey, R.A.; Dingwall, C. Two interdependent basic domains in nucleoplasmin
nuclear targeting sequence: Identification of a class of bipartite nuclear targeting sequence. Cell 1991, 64,
615–623. [CrossRef]

28. Marfori, M.; Mynott, A.; Ellis, J.J.; Mehdi, A.M.; Saunders, N.F.W.; Curmi, P.M.; Forwood, J.K.;
Bodén, M.; Kobe, B. Molecular basis for specificity of nuclear import and prediction of nuclear localization.
Biochim. Biophys. Acta 2011, 1813, 1562–1577. [CrossRef] [PubMed]

29. 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, 193–204. [CrossRef]

30. Dingwall, C.; Laskey, R.A. Nuclear import: A tale of two sites. Curr. Biol. 1998, 8, R922–R924. [CrossRef]
31. Kimura, M.; Imamoto, N. Biological significance of the importin-β family-dependent nucleocytoplasmic

transport pathways. Traffic 2014, 15, 727–748. [CrossRef] [PubMed]
32. Lee, B.J.; Cansizoglu, A.E.; Suel, K.E.; Louis, T.H.; Zhang, Z.; Chook, Y.M. Rules for nuclear localization

sequence recognition by karyopherin beta 2. Cell 2006, 126, 543–558. [CrossRef] [PubMed]
33. Soniat, M.; Chook, Y.M. Karyopherin-beta2 Recognition of a PY-NLS Variant that Lacks the Proline-Tyrosine

Motif. Structure 2016, 24, 1802–1809. [CrossRef] [PubMed]
34. Suel, K.E.; Gu, H.; Chook, Y.M. Modular organization and combinatorial energetics of proline-tyrosine

nuclear localization signals. PLoS Biol. 2008, 6, e137. [CrossRef] [PubMed]
35. Twyffels, L.; Gueydan, C.; Kruys, V. Transportin-1 and Transportin-2: Protein nuclear import and beyond.

FEBS Lett. 2014, 588, 1857–1868. [CrossRef] [PubMed]
36. Fornerod, M.; Ohno, M.; Yoshida, M.; Mattaj, I.W. CRM1 is an export receptor for leucine-rich nuclear export

signals. Cell 1997, 90, 1051–1060. [CrossRef]
37. Xu, D.; Grishin, N.V.; Chook, Y.M. NESdb: A database of NES-containing CRM1 cargoes. Mol. Biol. Cell

2012, 23, 3673–3676. [CrossRef] [PubMed]
38. Meyer, B.E.; Meinkoth, J.L.; Malim, M.H. Nuclear transport of human immunodeficiency virus type 1, visna

virus, and equine infectious anemia virus Rev proteins: Identification of a family of transferable nuclear
export signals. J. Virol. 1996, 70, 2350–2359.

39. Fung, H.Y.J.; Fu, S.-C.; Chook, Y.M. Nuclear export receptor CRM1 recognizes diverse conformations in
nuclear export signals. eLife 2017, 6. [CrossRef]

40. Fung, H.Y.J.; Fu, S.-C.; Brautigam, C.A.; Chook, Y.M. Structural determinants of nuclear export signal
orientation in binding to exportin CRM1. eLife 2015, 4. [CrossRef]

41. Williams, T.; Ngo, L.H.; Wickramasinghe, V.O. Nuclear export of RNA: Different sizes, shapes and functions.
Semin. Cell Dev. Biol. 2018, 75, 70–77. [CrossRef] [PubMed]

42. Kose, S.; Furuta, M.; Imamoto, N. Hikeshi, a nuclear import carrier for Hsp70s, protects cells from heat
shock-induced nuclear damage. Cell 2012, 149, 578–589. [CrossRef] [PubMed]

43. Lu, M.; Zak, J.; Chen, S.; Sanchez-Pulido, L.; Severson, D.T.; Endicott, J.; Ponting, C.P.; Schofield, C.J.; Lu, X.
A code for RanGDP binding in ankyrin repeats defines a nuclear import pathway. Cell 2014, 157, 1130–1145.
[CrossRef] [PubMed]

44. Copeland, A.M.; Newcomb, W.W.; Brown, J.C. Herpes simplex virus replication: Roles of viral proteins and
nucleoporins in capsid-nucleus attachment. J. Virol. 2009, 83, 1660–1668. [CrossRef] [PubMed]

45. Matreyek, K.A.; Yucel, S.S.; Li, X.; Engelman, A. Nucleoporin NUP153 phenylalanine-glycine motifs engage
a common binding pocket within the HIV-1 capsid protein to mediate lentiviral infectivity. PLoS Pathog.
2013, 9, e1003693. [CrossRef]

46. Strunze, S.; Engelke, M.F.; Wang, I.-H.; Puntener, D.; Boucke, K.; Schleich, S.; Way, M.; Schoenenberger, P.;
Burckhardt, C.J.; Greber, U.F. Kinesin-1-mediated capsid disassembly and disruption of the nuclear pore
complex promote virus infection. Cell Host Microbe 2011, 10, 210–223. [CrossRef]

47. Le Sage, V.; Mouland, A.J. Viral subversion of the nuclear pore complex. Viruses 2013, 5, 2019–2042. [CrossRef]
[PubMed]

48. Chang, C.-W.; Lee, C.-P.; Huang, Y.-H.; Yang, P.-W.; Wang, J.-T.; Chen, M.-R. Epstein-Barr virus protein kinase
BGLF4 targets the nucleus through interaction with nucleoporins. J. Virol. 2012, 86, 8072–8085. [CrossRef]

49. Fouchier, R.A.; Meyer, B.E.; Simon, J.H.; Fischer, U.; Albright, A.V.; Gonzalez-Scarano, F.; Malim, M.H.
Interaction of the human immunodeficiency virus type 1 Vpr protein with the nuclear pore complex. J. Virol.
1998, 72, 6004–6013.

http://dx.doi.org/10.1016/0092-8674(91)90245-T
http://dx.doi.org/10.1016/j.bbamcr.2010.10.013
http://www.ncbi.nlm.nih.gov/pubmed/20977914
http://dx.doi.org/10.1016/S0092-8674(00)81419-1
http://dx.doi.org/10.1016/S0960-9822(98)00010-4
http://dx.doi.org/10.1111/tra.12174
http://www.ncbi.nlm.nih.gov/pubmed/24766099
http://dx.doi.org/10.1016/j.cell.2006.05.049
http://www.ncbi.nlm.nih.gov/pubmed/16901787
http://dx.doi.org/10.1016/j.str.2016.07.018
http://www.ncbi.nlm.nih.gov/pubmed/27618664
http://dx.doi.org/10.1371/journal.pbio.0060137
http://www.ncbi.nlm.nih.gov/pubmed/18532879
http://dx.doi.org/10.1016/j.febslet.2014.04.023
http://www.ncbi.nlm.nih.gov/pubmed/24780099
http://dx.doi.org/10.1016/S0092-8674(00)80371-2
http://dx.doi.org/10.1091/mbc.e12-01-0045
http://www.ncbi.nlm.nih.gov/pubmed/22833564
http://dx.doi.org/10.7554/eLife.23961
http://dx.doi.org/10.7554/eLife.10034
http://dx.doi.org/10.1016/j.semcdb.2017.08.054
http://www.ncbi.nlm.nih.gov/pubmed/28866329
http://dx.doi.org/10.1016/j.cell.2012.02.058
http://www.ncbi.nlm.nih.gov/pubmed/22541429
http://dx.doi.org/10.1016/j.cell.2014.05.006
http://www.ncbi.nlm.nih.gov/pubmed/24855949
http://dx.doi.org/10.1128/JVI.01139-08
http://www.ncbi.nlm.nih.gov/pubmed/19073727
http://dx.doi.org/10.1371/journal.ppat.1003693
http://dx.doi.org/10.1016/j.chom.2011.08.010
http://dx.doi.org/10.3390/v5082019
http://www.ncbi.nlm.nih.gov/pubmed/23959328
http://dx.doi.org/10.1128/JVI.01058-12


Cells 2019, 8, 559 16 of 23

50. Jenkins, Y.; McEntee, M.; Weis, K.; Greene, W.C. Characterization of HIV-1 vpr nuclear import: Analysis of
signals and pathways. J. Cell Biol. 1998, 143, 875–885. [CrossRef]

51. Zachariae, U.; Grubmuller, H. Importin-beta: Structural and dynamic determinants of a molecular spring.
Structure 2008, 16, 906–915. [CrossRef] [PubMed]

52. Le Rouzic, E.; Mousnier, A.; Rustum, C.; Stutz, F.; Hallberg, E.; Dargemont, C.; Benichou, S. Docking of HIV-1
Vpr to the nuclear envelope is mediated by the interaction with the nucleoporin hCG1. J. Biol. Chem. 2002,
277, 45091–45098. [CrossRef] [PubMed]

53. Bukrinsky, M.I.; Sharova, N.; Dempsey, M.P.; Stanwick, T.L.; Bukrinskaya, A.G.; Haggerty, S.; Stevenson, M.
Active nuclear import of human immunodeficiency virus type 1 preintegration complexes. Proc. Natl. Acad.
Sci. USA 1992, 89, 6580–6584. [CrossRef] [PubMed]

54. Kamata, M.; Nitahara-Kasahara, Y.; Miyamoto, Y.; Yoneda, Y.; Aida, Y. Importin-alpha promotes passage
through the nuclear pore complex of human immunodeficiency virus type 1 Vpr. J. Virol. 2005, 79, 3557–3564.
[CrossRef] [PubMed]

55. Nitahara-Kasahara, Y.; Kamata, M.; Yamamoto, T.; Zhang, X.; Miyamoto, Y.; Muneta, K.; Iijima, S.; Yoneda, Y.;
Tsunetsugu-Yokota, Y.; Aida, Y. Novel nuclear import of Vpr promoted by importin alpha is crucial for
human immunodeficiency virus type 1 replication in macrophages. J. Virol. 2007, 81, 5284–5293. [CrossRef]
[PubMed]

56. Vodicka, M.A.; Koepp, D.M.; Silver, P.A.; Emerman, M. HIV-1 Vpr interacts with the nuclear transport
pathway to promote macrophage infection. Genes Dev. 1998, 12, 175–185. [CrossRef] [PubMed]

57. Sharma, M.; Johnson, M.; Brocardo, M.; Jamieson, C.; Henderson, B.R. Wnt signaling proteins associate with
the nuclear pore complex: Implications for cancer. Adv. Exp. Med. Biol. 2014, 773, 353–372. [CrossRef]

58. Hudjetz, B.; Gabriel, G. Human-like PB2 627K influenza virus polymerase activity is regulated by
importin-alpha1 and -alpha7. PLoS Pathog. 2012, 8, e1002488. [CrossRef] [PubMed]

59. Pumroy, R.A.; Ke, S.; Hart, D.J.; Zachariae, U.; Cingolani, G. Molecular determinants for nuclear import of
influenza A PB2 by importin alpha isoforms 3 and 7. Structure 2015, 23, 374–384. [CrossRef]

60. Ao, Z.; Danappa Jayappa, K.; Wang, B.; Zheng, Y.; Kung, S.; Rassart, E.; Depping, R.; Kohler, M.; Cohen, E.A.;
Yao, X. Importin alpha3 interacts with HIV-1 integrase and contributes to HIV-1 nuclear import and replication.
J. Virol. 2010, 84, 8650–8663. [CrossRef] [PubMed]

61. Kohler, M.; Gorlich, D.; Hartmann, E.; Franke, J. Adenoviral E1A protein nuclear import is preferentially
mediated by importin alpha3 in vitro. Virology 2001, 289, 186–191. [CrossRef] [PubMed]

62. Cohen, M.J.; King, C.R.; Dikeakos, J.D.; Mymryk, J.S. Functional analysis of the C-terminal region of
human adenovirus E1A reveals a misidentified nuclear localization signal. Virology 2014, 468–470, 238–243.
[CrossRef] [PubMed]

63. Bian, X.-L.; Wilson, V.G. Common importin alpha specificity for papillomavirus E2 proteins. Virus Res. 2010,
150, 135–137. [CrossRef] [PubMed]

64. Alvisi, G.; Musiani, D.; Jans, D.A.; Ripalti, A. An importin alpha/beta-recognized bipartite nuclear localization
signal mediates targeting of the human herpes simplex virus type 1 DNA polymerase catalytic subunit
pUL30 to the nucleus. Biochemistry 2007, 46, 9155–9163. [CrossRef] [PubMed]

65. Van Roey, K.; Uyar, B.; Weatheritt, R.J.; Dinkel, H.; Seiler, M.; Budd, A.; Gibson, T.J.; Davey, N.E. Short linear
motifs: Ubiquitous and functionally diverse protein interaction modules directing cell regulation. Chem. Rev.
2014, 114, 6733–6778. [CrossRef] [PubMed]

66. Davey, N.E.; Cyert, M.S.; Moses, A.M. Short linear motifs - ex nihilo evolution of protein regulation.
Cell Commun. Signal. 2015, 13, 43. [CrossRef]

67. King, C.R.; Zhang, A.; Tessier, T.M.; Gameiro, S.F.; Mymryk, J.S. Hacking the Cell: Network Intrusion and
Exploitation by Adenovirus E1A. mBio 2018, 9. [CrossRef]

68. Davey, N.E.; Travé, G.; Gibson, T.J. How viruses hijack cell regulation. Trends Biochem. Sci. 2011, 36, 159–169.
[CrossRef]

69. Via, A.; Uyar, B.; Brun, C.; Zanzoni, A. How pathogens use linear motifs to perturb host cell networks.
Trends Biochem. Sci. 2015, 40, 36–48. [CrossRef]

70. Henderson, B.R.; Percipalle, P. Interactions between HIV Rev and nuclear import and export factors: The
Rev nuclear localisation signal mediates specific binding to human importin-beta. J. Mol. Biol. 1997, 274,
693–707. [CrossRef]

http://dx.doi.org/10.1083/jcb.143.4.875
http://dx.doi.org/10.1016/j.str.2008.03.007
http://www.ncbi.nlm.nih.gov/pubmed/18547523
http://dx.doi.org/10.1074/jbc.M207439200
http://www.ncbi.nlm.nih.gov/pubmed/12228227
http://dx.doi.org/10.1073/pnas.89.14.6580
http://www.ncbi.nlm.nih.gov/pubmed/1631159
http://dx.doi.org/10.1128/JVI.79.6.3557-3564.2005
http://www.ncbi.nlm.nih.gov/pubmed/15731250
http://dx.doi.org/10.1128/JVI.01928-06
http://www.ncbi.nlm.nih.gov/pubmed/17344301
http://dx.doi.org/10.1101/gad.12.2.175
http://www.ncbi.nlm.nih.gov/pubmed/9436978
http://dx.doi.org/10.1007/978-1-4899-8032-8_16
http://dx.doi.org/10.1371/journal.ppat.1002488
http://www.ncbi.nlm.nih.gov/pubmed/22275867
http://dx.doi.org/10.1016/j.str.2014.11.015
http://dx.doi.org/10.1128/JVI.00508-10
http://www.ncbi.nlm.nih.gov/pubmed/20554775
http://dx.doi.org/10.1006/viro.2001.1151
http://www.ncbi.nlm.nih.gov/pubmed/11689041
http://dx.doi.org/10.1016/j.virol.2014.08.014
http://www.ncbi.nlm.nih.gov/pubmed/25194920
http://dx.doi.org/10.1016/j.virusres.2010.02.011
http://www.ncbi.nlm.nih.gov/pubmed/20193720
http://dx.doi.org/10.1021/bi7002394
http://www.ncbi.nlm.nih.gov/pubmed/17640102
http://dx.doi.org/10.1021/cr400585q
http://www.ncbi.nlm.nih.gov/pubmed/24926813
http://dx.doi.org/10.1186/s12964-015-0120-z
http://dx.doi.org/10.1128/mBio.00390-18
http://dx.doi.org/10.1016/j.tibs.2010.10.002
http://dx.doi.org/10.1016/j.tibs.2014.11.001
http://dx.doi.org/10.1006/jmbi.1997.1420


Cells 2019, 8, 559 17 of 23

71. Truant, R.; Cullen, B. The arginine-rich domains present in human immunodeficiency virus type 1 Tat and
Rev function as direct importin beta-dependent nuclear localization signals.pdf. Mol. Cell. Biol. 1999, 19,
1210–1217. [CrossRef] [PubMed]

72. Palmeri, D.; Malim, M.H. Importin beta can mediate the nuclear import of an arginine-rich nuclear localization
signal in the absence of importin alpha. Mol. Cell. Biol. 1999, 19, 1218–1225. [CrossRef] [PubMed]

73. Arnold, M.; Nath, A.; Hauber, J.; Kehlenbach, R.H. Multiple importins function as nuclear transport receptors
for the Rev protein of human immunodeficiency virus type 1. J. Biol. Chem. 2006, 281, 20883–20890.
[CrossRef] [PubMed]

74. Ojala, P.M.; Sodeik, B.; Ebersold, M.W.; Kutay, U.; Helenius, A. Herpes simplex virus type 1 entry into host
cells: Reconstitution of capsid binding and uncoating at the nuclear pore complex in vitro. Mol. Cell. Biol.
2000, 20, 4922–4931. [CrossRef] [PubMed]

75. Chen, C.; Wang, J.C.-Y.; Pierson, E.E.; Keifer, D.Z.; Delaleau, M.; Gallucci, L.; Cazenave, C.; Kann, M.;
Jarrold, M.F.; Zlotnick, A. Importin beta Can Bind Hepatitis B Virus Core Protein and Empty Core-Like
Particles and Induce Structural Changes. PLoS Pathog. 2016, 12, e1005802. [CrossRef] [PubMed]

76. Wodrich, H.; Cassany, A.; D’Angelo, M.A.; Guan, T.; Nemerow, G.; Gerace, L. Adenovirus core protein pVII is
translocated into the nucleus by multiple import receptor pathways. J. Virol. 2006, 80, 9608–9618. [CrossRef]

77. Miyake, Y.; Keusch, J.J.; Decamps, L.; Ho-Xuan, H.; Iketani, S.; Gut, H.; Kutay, U.; Helenius, A.; Yamauchi, Y.
Influenza virus uses transportin 1 for vRNP debundling during cell entry. Nat. Microbiol. 2019, 4, 578–586.
[CrossRef]

78. Wang, L.; Li, M.; Cai, M.; Xing, J.; Wang, S.; Zheng, C. A PY-nuclear localization signal is required for nuclear
accumulation of HCMV UL79 protein. Med. Microbiol. Immunol. 2012, 201, 381–387. [CrossRef]

79. Hindley, C.E.; Lawrence, F.J.; Matthews, D.A. A role for transportin in the nuclear import of adenovirus core
proteins and DNA. Traffic 2007, 8, 1313–1322. [CrossRef]

80. Darshan, M.S.; Lucchi, J.; Harding, E.; Moroianu, J. The l2 minor capsid protein of human papillomavirus
type 16 interacts with a network of nuclear import receptors. J. Virol. 2004, 78, 12179–12188. [CrossRef]

81. Le Roux, L.G.; Moroianu, J. Nuclear entry of high-risk human papillomavirus type 16 E6 oncoprotein occurs
via several pathways. J. Virol. 2003, 77, 2330–2337. [CrossRef] [PubMed]

82. Johansson, M.; Brooks, A.J.; Jans, D.A.; Vasudevan, S.G. A small region of the dengue virus-encoded
RNA-dependent RNA polymerase, NS5, confers interaction with both the nuclear transport receptor
importin-beta and the viral helicase, NS3. J. Gen. Virol. 2001, 82, 735–745. [CrossRef] [PubMed]

83. Hutchinson, E.C.; Orr, O.E.; Man Liu, S.; Engelhardt, O.G.; Fodor, E. Characterization of the interaction
between the influenza A virus polymerase subunit PB1 and the host nuclear import factor Ran-binding
protein 5. J. Gen. Virol. 2011, 92, 1859–1869. [CrossRef] [PubMed]

84. Tarendeau, F.; Boudet, J.; Guilligay, D.; Mas, P.J.; Bougault, C.M.; Boulo, S.; Baudin, F.; Ruigrok, R.W.H.;
Daigle, N.; Ellenberg, J.; et al. Structure and nuclear import function of the C-terminal domain of influenza
virus polymerase PB2 subunit. Nat. Struct. Mol. Biol. 2007, 14, 229–233. [CrossRef] [PubMed]

85. Duan, Z.; Xu, H.; Ji, X.; Zhao, J.; Xu, H.; Hu, Y.; Deng, S.; Hu, S.; Liu, X. Importin alpha5 negatively regulates
importin beta1-mediated nuclear import of Newcastle disease virus matrix protein and viral replication and
pathogenicity in chicken fibroblasts. Virulence 2018, 9, 783–803. [CrossRef] [PubMed]

86. Booth, D.S.; Cheng, Y.; Frankel, A.D. The export receptor Crm1 forms a dimer to promote nuclear export of
HIV RNA. eLife 2014, 3, e04121. [CrossRef] [PubMed]

87. Nakano, K.; Watanabe, T. HTLV-1 Rex Tunes the Cellular Environment Favorable for Viral Replication.
Viruses 2016, 8, 58. [CrossRef]

88. Pryor, M.J.; Rawlinson, S.M.; Wright, P.J.; Jans, D.A. CRM1-dependent nuclear export of dengue virus type 2
NS5. Novartis Found. Symp. 2006, 277, 143–149, 251–253.

89. Sanchez, V.; Mahr, J.A.; Orazio, N.I.; Spector, D.H. Nuclear export of the human cytomegalovirus tegument
protein pp65 requires cyclin-dependent kinase activity and the Crm1 exporter. J. Virol. 2007, 81, 11730–11736.
[CrossRef]

90. Ghildyal, R.; Ho, A.; Dias, M.; Soegiyono, L.; Bardin, P.G.; Tran, K.C.; Teng, M.N.; Jans, D.A. The respiratory
syncytial virus matrix protein possesses a Crm1-mediated nuclear export mechanism. J. Virol. 2009, 83,
5353–5362. [CrossRef]

http://dx.doi.org/10.1128/MCB.19.2.1210
http://www.ncbi.nlm.nih.gov/pubmed/9891055
http://dx.doi.org/10.1128/MCB.19.2.1218
http://www.ncbi.nlm.nih.gov/pubmed/9891056
http://dx.doi.org/10.1074/jbc.M602189200
http://www.ncbi.nlm.nih.gov/pubmed/16704975
http://dx.doi.org/10.1128/MCB.20.13.4922-4931.2000
http://www.ncbi.nlm.nih.gov/pubmed/10848617
http://dx.doi.org/10.1371/journal.ppat.1005802
http://www.ncbi.nlm.nih.gov/pubmed/27518410
http://dx.doi.org/10.1128/JVI.00850-06
http://dx.doi.org/10.1038/s41564-018-0332-2
http://dx.doi.org/10.1007/s00430-012-0243-4
http://dx.doi.org/10.1111/j.1600-0854.2007.00618.x
http://dx.doi.org/10.1128/JVI.78.22.12179-12188.2004
http://dx.doi.org/10.1128/JVI.77.4.2330-2337.2003
http://www.ncbi.nlm.nih.gov/pubmed/12551970
http://dx.doi.org/10.1099/0022-1317-82-4-735
http://www.ncbi.nlm.nih.gov/pubmed/11257177
http://dx.doi.org/10.1099/vir.0.032813-0
http://www.ncbi.nlm.nih.gov/pubmed/21562121
http://dx.doi.org/10.1038/nsmb1212
http://www.ncbi.nlm.nih.gov/pubmed/17310249
http://dx.doi.org/10.1080/21505594.2018.1449507
http://www.ncbi.nlm.nih.gov/pubmed/29532715
http://dx.doi.org/10.7554/eLife.04121
http://www.ncbi.nlm.nih.gov/pubmed/25486595
http://dx.doi.org/10.3390/v8030058
http://dx.doi.org/10.1128/JVI.02760-06
http://dx.doi.org/10.1128/JVI.02374-08


Cells 2019, 8, 559 18 of 23

91. Huang, S.; Chen, J.; Chen, Q.; Wang, H.; Yao, Y.; Chen, J.; Chen, Z. A second CRM1-dependent nuclear export
signal in the influenza A virus NS2 protein contributes to the nuclear export of viral ribonucleoproteins.
J. Virol. 2013, 87, 767–778. [CrossRef] [PubMed]

92. Chutiwitoonchai, N.; Aida, Y. NXT1, a Novel Influenza A NP Binding Protein, Promotes the Nuclear Export
of NP via a CRM1-Dependent Pathway. Viruses 2016, 8, 209. [CrossRef] [PubMed]

93. Kratzer, F.; Rosorius, O.; Heger, P.; Hirschmann, N.; Dobner, T.; Hauber, J.; Stauber, R.H. The adenovirus type
5 E1B-55K oncoprotein is a highly active shuttle protein and shuttling is independent of E4orf6, p53 and
Mdm2. Oncogene 2000, 19, 850–857. [CrossRef] [PubMed]

94. Liu, Y.; Zhang, Z.; Zhao, X.; Wei, H.; Deng, J.; Cui, Z.; Zhang, X.-E. Human cytomegalovirus UL94 is
a nucleocytoplasmic shuttling protein containing two NLSs and one NES. Virus Res. 2012, 166, 31–42.
[CrossRef] [PubMed]

95. Zhao, L.; Zheng, C. The first identified nucleocytoplasmic shuttling herpesviral capsid protein: Herpes
simplex virus type 1 VP19C. PLoS ONE 2012, 7, e41825. [CrossRef]

96. Jiang, H.; Olson, M.V.; Medrano, D.R.; Lee, O.-H.; Xu, J.; Piao, Y.; Alonso, M.M.; Gomez-Manzano, C.;
Hung, M.-C.; Yung, W.K.A.; et al. A novel CRM1-dependent nuclear export signal in adenoviral E1A protein
regulated by phosphorylation. FASEB J. Off. Publ. Fed. Am. Soc. Exp. Biol. 2006, 20, 2603–2605. [CrossRef]

97. Li, Y.; Zhao, L.; Wang, S.; Xing, J.; Zheng, C. Identification of a novel NLS of herpes simplex virus type 1
(HSV-1) VP19C and its nuclear localization is required for efficient production of HSV-1. J. Gen. Virol. 2012,
93, 1869–1875. [CrossRef]

98. Adamson, W.E.; McNab, D.; Preston, V.G.; Rixon, F.J. Mutational analysis of the herpes simplex virus triplex
protein VP19C. J. Virol. 2006, 80, 1537–1548. [CrossRef]

99. Xing, J.; Wu, F.; Pan, W.; Zheng, C. Molecular anatomy of subcellular localization of HSV-1 tegument protein
US11 in living cells. Virus Res. 2010, 153, 71–81. [CrossRef]

100. Li, J.; Yu, M.; Zheng, W.; Liu, W. Nucleocytoplasmic shuttling of influenza A virus proteins. Viruses 2015, 7,
2668–2682. [CrossRef]

101. Oksayan, S.; Wiltzer, L.; Rowe, C.L.; Blondel, D.; Jans, D.A.; Moseley, G.W. A novel nuclear trafficking
module regulates the nucleocytoplasmic localization of the rabies virus interferon antagonist, P protein.
J. Biol. Chem. 2012, 287, 28112–28121. [CrossRef] [PubMed]

102. Lopez-Denman, A.J.; Russo, A.; Wagstaff, K.M.; White, P.A.; Jans, D.A.; Mackenzie, J.M. Nucleocytoplasmic
shuttling of the West Nile virus RNA-dependent RNA polymerase NS5 is critical to infection. Cell. Microbiol.
2018, 20, e12848. [CrossRef] [PubMed]

103. Seth, R.B.; Sun, L.; Chen, Z.J. Antiviral innate immunity pathways. Cell Res. 2006, 16, 141–147. [CrossRef]
[PubMed]

104. Ivashkiv, L.B.; Donlin, L.T. Regulation of type I interferon responses. Nat. Rev. Immunol. 2014, 14, 36–49.
[CrossRef] [PubMed]

105. Liu, T.; Zhang, L.; Joo, D.; Sun, S.-C. NF-kappaB signaling in inflammation. Signal Transduct. Target. Ther.
2017, 2. [CrossRef] [PubMed]

106. Zhao, J.; He, S.; Minassian, A.; Li, J.; Feng, P. Recent advances on viral manipulation of NF-kappaB signaling
pathway. Curr. Opin. Virol. 2015, 15, 103–111. [CrossRef] [PubMed]

107. Morikawa, K.; Lange, C.M.; Gouttenoire, J.; Meylan, E.; Brass, V.; Penin, F.; Moradpour, D. Nonstructural
protein 3-4A: The Swiss army knife of hepatitis C virus. J. Viral Hepat. 2011, 18, 305–315. [CrossRef]

108. Gagne, B.; Tremblay, N.; Park, A.Y.; Baril, M.; Lamarre, D. Importin beta1 targeting by hepatitis C virus
NS3/4A protein restricts IRF3 and NF-kappaB signaling of IFNB1 antiviral response. Traffic 2017, 18, 362–377.
[CrossRef]

109. Wang, C.; Sun, M.; Yuan, X.; Ji, L.; Jin, Y.; Cardona, C.J.; Xing, Z. Enterovirus 71 suppresses interferon
responses by blocking Janus kinase (JAK)/signal transducer and activator of transcription (STAT) signaling
through inducing karyopherin-alpha1 degradation. J. Biol. Chem. 2017, 292, 10262–10274. [CrossRef]

110. Deng, L.; Zeng, Q.; Wang, M.; Cheng, A.; Jia, R.; Chen, S.; Zhu, D.; Liu, M.; Yang, Q.; Wu, Y.; et al. Suppression
of NF-kappaB Activity: A Viral Immune Evasion Mechanism. Viruses 2018, 10, 409. [CrossRef]

111. Mateo, M.; Reid, S.P.; Leung, L.W.; Basler, C.F.; Volchkov, V.E. Ebolavirus VP24 binding to karyopherins is
required for inhibition of interferon signaling. J. Virol. 2010, 84, 1169–1175. [CrossRef] [PubMed]

http://dx.doi.org/10.1128/JVI.06519-11
http://www.ncbi.nlm.nih.gov/pubmed/23115280
http://dx.doi.org/10.3390/v8080209
http://www.ncbi.nlm.nih.gov/pubmed/27483302
http://dx.doi.org/10.1038/sj.onc.1203395
http://www.ncbi.nlm.nih.gov/pubmed/10702793
http://dx.doi.org/10.1016/j.virusres.2012.02.023
http://www.ncbi.nlm.nih.gov/pubmed/22414299
http://dx.doi.org/10.1371/journal.pone.0041825
http://dx.doi.org/10.1096/fj.06-6433fje
http://dx.doi.org/10.1099/vir.0.042697-0
http://dx.doi.org/10.1128/JVI.80.3.1537-1548.2006
http://dx.doi.org/10.1016/j.virusres.2010.07.009
http://dx.doi.org/10.3390/v7052668
http://dx.doi.org/10.1074/jbc.M112.374694
http://www.ncbi.nlm.nih.gov/pubmed/22700958
http://dx.doi.org/10.1111/cmi.12848
http://www.ncbi.nlm.nih.gov/pubmed/29582535
http://dx.doi.org/10.1038/sj.cr.7310019
http://www.ncbi.nlm.nih.gov/pubmed/16474426
http://dx.doi.org/10.1038/nri3581
http://www.ncbi.nlm.nih.gov/pubmed/24362405
http://dx.doi.org/10.1038/sigtrans.2017.23
http://www.ncbi.nlm.nih.gov/pubmed/29158945
http://dx.doi.org/10.1016/j.coviro.2015.08.013
http://www.ncbi.nlm.nih.gov/pubmed/26385424
http://dx.doi.org/10.1111/j.1365-2893.2011.01451.x
http://dx.doi.org/10.1111/tra.12480
http://dx.doi.org/10.1074/jbc.M116.745729
http://dx.doi.org/10.3390/v10080409
http://dx.doi.org/10.1128/JVI.01372-09
http://www.ncbi.nlm.nih.gov/pubmed/19889762


Cells 2019, 8, 559 19 of 23

112. Reid, S.P.; Valmas, C.; Martinez, O.; Sanchez, F.M.; Basler, C.F. Ebola virus VP24 proteins inhibit the
interaction of NPI-1 subfamily karyopherin alpha proteins with activated STAT1. J. Virol. 2007, 81,
13469–13477. [CrossRef] [PubMed]

113. Ye, J.; Chen, Z.; Li, Y.; Zhao, Z.; He, W.; Zohaib, A.; Song, Y.; Deng, C.; Zhang, B.; Chen, H.; et al. Japanese
Encephalitis Virus NS5 Inhibits Type I Interferon (IFN) Production by Blocking the Nuclear Translocation of
IFN Regulatory Factor 3 and NF-kappaB. J. Virol. 2017, 91. [CrossRef] [PubMed]

114. Canton, J.; Fehr, A.R.; Fernandez-Delgado, R.; Gutierrez-Alvarez, F.J.; Sanchez-Aparicio, M.T.;
Garcia-Sastre, A.; Perlman, S.; Enjuanes, L.; Sola, I. MERS-CoV 4b protein interferes with the
NF-kappaB-dependent innate immune response during infection. PLoS Pathog. 2018, 14, e1006838. [CrossRef]
[PubMed]

115. Frieman, M.; Yount, B.; Heise, M.; Kopecky-Bromberg, S.A.; Palese, P.; Baric, R.S. Severe acute respiratory
syndrome coronavirus ORF6 antagonizes STAT1 function by sequestering nuclear import factors on the
rough endoplasmic reticulum/Golgi membrane. J. Virol. 2007, 81, 9812–9824. [CrossRef] [PubMed]

116. Liu, Y.; Sun, J.; Zhang, H.; Wang, M.; Gao, G.F.; Li, X. Ebola virus encodes a miR-155 analog to regulate
importin-alpha5 expression. Cell. Mol. Life Sci. 2016, 73, 3733–3744. [CrossRef] [PubMed]

117. Overby, A.K.; Weber, F. Hiding from intracellular pattern recognition receptors, a passive strategy of flavivirus
immune evasion. Virulence 2011, 2, 238–240. [CrossRef]

118. Paul, D.; Bartenschlager, R. Architecture and biogenesis of plus-strand RNA virus replication factories.
World J. Virol. 2013, 2, 32–48. [CrossRef]

119. Neufeldt, C.J.; Joyce, M.A.; Levin, A.; Steenbergen, R.H.; Pang, D.; Shields, J.; Tyrrell, D.L.J.; Wozniak, R.W.
Hepatitis C virus-induced cytoplasmic organelles use the nuclear transport machinery to establish an
environment conducive to virus replication. PLoS Pathog. 2013, 9, e1003744. [CrossRef]

120. Neufeldt, C.J.; Joyce, M.A.; Van Buuren, N.; Levin, A.; Kirkegaard, K.; Gale, M.J.; Tyrrell, D.L.J.; Wozniak, R.W.
The Hepatitis C Virus-Induced Membranous Web and Associated Nuclear Transport Machinery Limit Access
of Pattern Recognition Receptors to Viral Replication Sites. PLoS Pathog. 2016, 12, e1005428. [CrossRef]

121. Levin, A.; Neufeldt, C.J.; Pang, D.; Wilson, K.; Loewen-Dobler, D.; Joyce, M.A.; Wozniak, R.W.; Tyrrell, D.L.J.
Functional characterization of nuclear localization and export signals in hepatitis C virus proteins and their
role in the membranous web. PLoS ONE 2014, 9, e114629. [CrossRef] [PubMed]

122. Weberruss, M.; Antonin, W. Perforating the nuclear boundary - how nuclear pore complexes assemble.
J. Cell Sci. 2016, 129, 4439–4447. [CrossRef] [PubMed]

123. Cordes, V.C.; Reidenbach, S.; Franke, W.W. Cytoplasmic annulate lamellae in cultured cells: Composition,
distribution, and mitotic behavior. Cell Tissue Res. 1996, 284, 177–191. [CrossRef] [PubMed]

124. Marshall, J.A.; Borg, J.; Coulepis, A.G.; Anderson, D.A. Annulate lamellae and lytic HAV infection in vitro.
Tissue Cell 1996, 28, 205–214. [CrossRef]

125. Wang, J.J.; Liao, C.L.; Chiou, Y.W.; Chiou, C.T.; Huang, Y.L.; Chen, L.K. Ultrastructure and localization
of E proteins in cultured neuron cells infected with Japanese encephalitis virus. Virology 1997, 238, 30–39.
[CrossRef]

126. Kim, K.S.; Boatman, E.S. Electron microscopy of monkey kidney cell cultures infected with rubella virus.
J. Virol. 1967, 1, 205–214. [PubMed]

127. Gustin, K.E.; Sarnow, P. Inhibition of nuclear import and alteration of nuclear pore complex composition by
rhinovirus. J. Virol. 2002, 76, 8787–8796. [CrossRef]

128. Gustin, K.E.; Sarnow, P. Effects of poliovirus infection on nucleo-cytoplasmic trafficking and nuclear pore
complex composition. EMBO J. 2001, 20, 240–249. [CrossRef]

129. Context Affects Nuclear Protein Localization in Saccharomyces cerevisiae. Available online: http://mcb.asm.
org/content/9/2/384.full.pdf (accessed on 2 March 2016).

130. Watters, K.; Inankur, B.; Gardiner, J.C.; Warrick, J.; Sherer, N.M.; Yin, J.; Palmenberg, A.C. Differential
Disruption of Nucleocytoplasmic Trafficking Pathways by Rhinovirus 2A Proteases. J. Virol. 2017, 91.
[CrossRef]

131. Park, N.; Skern, T.; Gustin, K.E. Specific cleavage of the nuclear pore complex protein Nup62 by a viral
protease. J. Biol. Chem. 2010, 285, 28796–28805. [CrossRef]

132. Flather, D.; Nguyen, J.H.C.; Semler, B.L.; Gershon, P.D. Exploitation of nuclear functions by human rhinovirus,
a cytoplasmic RNA virus. PLoS Pathog. 2018, 14, e1007277. [CrossRef] [PubMed]

http://dx.doi.org/10.1128/JVI.01097-07
http://www.ncbi.nlm.nih.gov/pubmed/17928350
http://dx.doi.org/10.1128/JVI.00039-17
http://www.ncbi.nlm.nih.gov/pubmed/28179530
http://dx.doi.org/10.1371/journal.ppat.1006838
http://www.ncbi.nlm.nih.gov/pubmed/29370303
http://dx.doi.org/10.1128/JVI.01012-07
http://www.ncbi.nlm.nih.gov/pubmed/17596301
http://dx.doi.org/10.1007/s00018-016-2215-0
http://www.ncbi.nlm.nih.gov/pubmed/27094387
http://dx.doi.org/10.4161/viru.2.3.16162
http://dx.doi.org/10.5501/wjv.v2.i2.32
http://dx.doi.org/10.1371/journal.ppat.1003744
http://dx.doi.org/10.1371/journal.ppat.1005428
http://dx.doi.org/10.1371/journal.pone.0114629
http://www.ncbi.nlm.nih.gov/pubmed/25485706
http://dx.doi.org/10.1242/jcs.194753
http://www.ncbi.nlm.nih.gov/pubmed/27856507
http://dx.doi.org/10.1007/s004410050578
http://www.ncbi.nlm.nih.gov/pubmed/8625385
http://dx.doi.org/10.1016/S0040-8166(96)80008-5
http://dx.doi.org/10.1006/viro.1997.8791
http://www.ncbi.nlm.nih.gov/pubmed/4990037
http://dx.doi.org/10.1128/JVI.76.17.8787-8796.2002
http://dx.doi.org/10.1093/emboj/20.1.240
http://mcb.asm.org/content/9/2/384.full.pdf
http://mcb.asm.org/content/9/2/384.full.pdf
http://dx.doi.org/10.1128/JVI.02472-16
http://dx.doi.org/10.1074/jbc.M110.143404
http://dx.doi.org/10.1371/journal.ppat.1007277
http://www.ncbi.nlm.nih.gov/pubmed/30142213


Cells 2019, 8, 559 20 of 23

133. Chang, C.-W.; Lee, C.-P.; Su, M.-T.; Tsai, C.-H.; Chen, M.-R. BGLF4 kinase modulates the structure and
transport preference of the nuclear pore complex to facilitate nuclear import of Epstein-Barr virus lytic
proteins. J. Virol. 2015, 89, 1703–1718. [CrossRef] [PubMed]

134. Muhlbauer, D.; Dzieciolowski, J.; Hardt, M.; Hocke, A.; Schierhorn, K.L.; Mostafa, A.; Muller, C.;
Wisskirchen, C.; Herold, S.; Wolff, T.; et al. Influenza virus-induced caspase-dependent enlargement
of nuclear pores promotes nuclear export of viral ribonucleoprotein complexes. J. Virol. 2015, 89, 6009–6021.
[CrossRef] [PubMed]

135. Atasheva, S.; Fish, A.; Fornerod, M.; Frolova, E.I. 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, 4158–4171. [CrossRef] [PubMed]

136. 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, 4028–4041. [CrossRef]
[PubMed]

137. King, C.R.; Cohen, M.J.; Fonseca, G.J.; Dirk, B.S.; Dikeakos, J.D.; Mymryk, J.S. Functional and Structural
Mimicry of Cellular Protein Kinase A Anchoring Proteins by a Viral Oncoprotein. PLoS Pathog. 2016, 12,
e1005621. [CrossRef] [PubMed]

138. Fax, P.; Carlson, C.R.; Collas, P.; Tasken, K.; Esche, H.; Brockmann, D. Binding of PKA-RIIalpha to the
Adenovirus E1A12S oncoprotein correlates with its nuclear translocation and an increase in PKA-dependent
promoter activity. Virology 2001, 285, 30–41. [CrossRef]

139. King, C.R.; Gameiro, S.F.; Tessier, T.M.; Zhang, A.; Mymryk, J.S. Mimicry of Cellular A Kinase-Anchoring
Proteins Is a Conserved and Critical Function of E1A across Various Human Adenovirus Species. J. Virol.
2018, 92. [CrossRef]

140. Hornbeck, P.V.; Zhang, B.; Murray, B.; Kornhauser, J.M.; Latham, V.; Skrzypek, E. PhosphoSitePlus, 2014:
Mutations, PTMs and recalibrations. Nucleic Acids Res. 2015, 43, D512–D520. [CrossRef]

141. Lange, A.; Mills, R.E.; Lange, C.J.; Stewart, M.; Devine, S.E.; Corbett, A.H. Classical Nuclear Localization
Signals: Definition, Function, and Interaction with Importin. J. Biol. Chem. 2007, 282, 5101–5105. [CrossRef]

142. Kosugi, S.; Hasebe, M.; Matsumura, N.; Takashima, H.; Miyamoto-Sato, E.; Tomita, M.; Yanagawa, H. Six
classes of nuclear localization signals specific to different binding grooves of importin alpha. J. Biol. Chem.
2009, 284, 478–485. [CrossRef] [PubMed]

143. Kosugi, S.; Hasebe, M.; Entani, T.; Takayama, S.; Tomita, M.; Yanagawa, H. Design of peptide inhibitors for
the importin alpha/beta nuclear import pathway by activity-based profiling. Chem. Biol. 2008, 15, 940–949.
[CrossRef] [PubMed]

144. Kosugi, S.; Hasebe, M.; Tomita, M.; Yanagawa, H. Systematic identification of cell cycle-dependent yeast
nucleocytoplasmic shuttling proteins by prediction of composite motifs. Proc. Natl. Acad. Sci. USA 2009, 106,
10171–10176. [CrossRef] [PubMed]

145. Nguyen Ba, A.N.; Pogoutse, A.; Provart, N.; Moses, A.M. NLStradamus: A simple Hidden Markov Model
for nuclear localization signal prediction. BMC Bioinformatics 2009, 10, 202. [CrossRef] [PubMed]

146. Nakada, R.; Hirano, H.; Matsuura, Y. Structure of importin-alpha bound to a non-classical nuclear localization
signal of the influenza A virus nucleoprotein. Sci. Rep. 2015, 5, 15055. [CrossRef] [PubMed]

147. Wang, P.; Palese, P.; O’Neill, R.E. 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, 1850–1856.

148. Lott, K.; Bhardwaj, A.; Sims, P.J.; Cingolani, G. A minimal nuclear localization signal (NLS) in human
phospholipid scramblase 4 that binds only the minor NLS-binding site of importin alpha1. J. Biol. Chem.
2011, 286, 28160–28169. [CrossRef]

149. Giesecke, A.; Stewart, M. Novel binding of the mitotic regulator TPX2 (target protein for Xenopus kinesin-like
protein 2) to importin-alpha. J. Biol. Chem. 2010, 285, 17628–17635. [CrossRef]

150. Pang, X.; Zhou, H.-X. Design rules for selective binding of nuclear localization signals to minor site of
importin alpha. PLoS ONE 2014, 9, e91025. [CrossRef]

151. Wolff, T.; Unterstab, G.; Heins, G.; Richt, J.A.; Kann, M. Characterization of an unusual importin alpha
binding motif in the borna disease virus p10 protein that directs nuclear import. J. Biol. Chem. 2002, 277,
12151–12157. [CrossRef]

http://dx.doi.org/10.1128/JVI.02880-14
http://www.ncbi.nlm.nih.gov/pubmed/25410863
http://dx.doi.org/10.1128/JVI.03531-14
http://www.ncbi.nlm.nih.gov/pubmed/25810542
http://dx.doi.org/10.1128/JVI.02554-09
http://www.ncbi.nlm.nih.gov/pubmed/20147401
http://dx.doi.org/10.1128/JVI.02330-07
http://www.ncbi.nlm.nih.gov/pubmed/18256144
http://dx.doi.org/10.1371/journal.ppat.1005621
http://www.ncbi.nlm.nih.gov/pubmed/27137912
http://dx.doi.org/10.1006/viro.2001.0926
http://dx.doi.org/10.1128/JVI.01902-17
http://dx.doi.org/10.1093/nar/gku1267
http://dx.doi.org/10.1074/jbc.R600026200
http://dx.doi.org/10.1074/jbc.M807017200
http://www.ncbi.nlm.nih.gov/pubmed/19001369
http://dx.doi.org/10.1016/j.chembiol.2008.07.019
http://www.ncbi.nlm.nih.gov/pubmed/18804031
http://dx.doi.org/10.1073/pnas.0900604106
http://www.ncbi.nlm.nih.gov/pubmed/19520826
http://dx.doi.org/10.1186/1471-2105-10-202
http://www.ncbi.nlm.nih.gov/pubmed/19563654
http://dx.doi.org/10.1038/srep15055
http://www.ncbi.nlm.nih.gov/pubmed/26456934
http://dx.doi.org/10.1074/jbc.M111.228007
http://dx.doi.org/10.1074/jbc.M110.102343
http://dx.doi.org/10.1371/journal.pone.0091025
http://dx.doi.org/10.1074/jbc.M109103200


Cells 2019, 8, 559 21 of 23

152. Wolff, T.; Pfleger, R.; Wehner, T.; Reinhardt, J.; Richt, J.A. A short leucine-rich sequence in the Borna disease
virus p10 protein mediates association with the viral phospho- and nucleoproteins. J. Gen. Virol. 2000, 81,
939–947. [CrossRef] [PubMed]

153. Kenna, M.A.; Brachmann, C.B.; Devine, S.E.; Boeke, J.D. Invading the yeast nucleus: A nuclear localization
signal at the C terminus of Ty1 integrase is required for transposition in vivo. Mol. Cell. Biol. 1998, 18,
1115–1124. [CrossRef] [PubMed]

154. Moore, S.P.; Rinckel, L.A.; Garfinkel, D.J. A Ty1 integrase nuclear localization signal required for
retrotransposition. Mol. Cell. Biol. 1998, 18, 1105–1114. [CrossRef] [PubMed]

155. Lange, A.; McLane, L.M.; Mills, R.E.; Devine, S.E.; Corbett, A.H. Expanding the definition of the classical
bipartite nuclear localization signal. Traffic 2010, 11, 311–323. [CrossRef] [PubMed]

156. Lyons, R.H.; Ferguson, B.Q.; Rosenberg, M. Pentapeptide nuclear localization signal in adenovirus E1a.
Mol. Cell. Biol. 1987, 7, 2451–2456. [CrossRef]

157. Cohen, M.J.; Yousef, A.F.; Massimi, P.; Fonseca, G.J.; Todorovic, B.; Pelka, P.; Turnell, A.S.; Banks, L.;
Mymryk, J.S. Dissection of the C-terminal region of E1A redefines the roles of CtBP and other cellular targets
in oncogenic transformation. J. Virol. 2013, 87, 10348–10355. [CrossRef] [PubMed]

158. Atencio, D.; Barnes, C.; Duncan, T.M.; Willis, I.M.; Hanes, S.D. The yeast Ess1 prolyl isomerase controls Swi6
and Whi5 nuclear localization. G3 (Bethesda). 2014, 4, 523–537. [CrossRef] [PubMed]

159. Biegalke, B.J. Nontraditional localization and retention signals localize human cytomegalovirus pUL34 to
the nucleus. J. Virol. 2013, 87, 11939–11944. [CrossRef]

160. Marshall, K.S.; Cohen, M.J.; Fonseca, G.J.; Todorovic, B.; King, C.R.; Yousef, A.F.; Zhang, Z.; Mymryk, J.S.
Identification and characterization of multiple conserved nuclear localization signals within adenovirus E1A.
Virology 2014, 454–455, 206–214. [CrossRef]

161. De la Luna, S.; Burden, M.J.; Lee, C.W.; La Thangue, N.B. Nuclear accumulation of the E2F heterodimer
regulated by subunit composition and alternative splicing of a nuclear localization signal. J. Cell Sci. 1996,
109 Pt 1, 2443–2452.

162. Steidl, S.; Tuncher, A.; Goda, H.; Guder, C.; Papadopoulou, N.; Kobayashi, T.; Tsukagoshi, N.; Kato, M.;
Brakhage, A.A. A single subunit of a heterotrimeric CCAAT-binding complex carries a nuclear localization
signal: Piggy back transport of the pre-assembled complex to the nucleus. J. Mol. Biol. 2004, 342, 515–524.
[CrossRef] [PubMed]

163. Prufer, K.; Racz, A.; Lin, G.C.; Barsony, J. Dimerization with retinoid X receptors promotes nuclear localization
and subnuclear targeting of vitamin D receptors. J. Biol. Chem. 2000, 275, 41114–41123. [CrossRef] [PubMed]

164. Asally, M.; Yoneda, Y. Beta-catenin can act as a nuclear import receptor for its partner transcription factor,
lymphocyte enhancer factor-1 (lef-1). Exp. Cell Res. 2005, 308, 357–363. [CrossRef] [PubMed]

165. Wagstaff, K.M.; Jans, D.A. Importins and beyond: Non-conventional nuclear transport mechanisms. Traffic
2009, 10, 1188–1198. [CrossRef] [PubMed]

166. Kosyna, F.K.; Depping, R. Controlling the Gatekeeper: Therapeutic Targeting of Nuclear Transport. Cells
2018, 7, 221. [CrossRef] [PubMed]

167. Laing, R.; Gillan, V.; Devaney, E. Ivermectin - Old Drug, New Tricks? Trends Parasitol. 2017, 33, 463–472.
[CrossRef] [PubMed]

168. Juarez, M.; Schcolnik-Cabrera, A.; Duenas-Gonzalez, A. The multitargeted drug ivermectin: From an
antiparasitic agent to a repositioned cancer drug. Am. J. Cancer Res. 2018, 8, 317–331. [PubMed]

169. Jin, L.; Wang, R.; Zhu, Y.; Zheng, W.; Han, Y.; Guo, F.; Ye, F.B.; Li, Y. Selective targeting of nuclear receptor
FXR by avermectin analogues with therapeutic effects on nonalcoholic fatty liver disease. Sci. Rep. 2015, 5,
17288. [CrossRef] [PubMed]

170. Dominguez-Gomez, G.; Chavez-Blanco, A.; Medina-Franco, J.L.; Saldivar-Gonzalez, F.; Flores-Torrontegui, Y.;
Juarez, M.; Diaz-Chavez, J.; Gonzalez-Fierro, A.; Duenas-Gonzalez, A. Ivermectin as an inhibitor of cancer
stemlike cells. Mol. Med. Rep. 2018, 17, 3397–3403. [CrossRef]

171. Chaccour, C.; Rabinovich, N.R. Advancing the repurposing of ivermectin for malaria. Lancet 2019. [CrossRef]
172. Foy, B.D.; Alout, H.; Seaman, J.A.; Rao, S.; Magalhaes, T.; Wade, M.; Parikh, S.; Soma, D.D.; Sagna, A.B.;

Fournet, F.; et al. Efficacy and risk of harms of repeat ivermectin mass drug administrations for control of
malaria (RIMDAMAL): A cluster-randomised trial. Lancet 2019. [CrossRef]

173. Wagstaff, K.M.; Rawlinson, S.M.; Hearps, A.C.; Jans, D.A. An AlphaScreen(R)-based assay for high-throughput
screening for specific inhibitors of nuclear import. J. Biomol. Screen. 2011, 16, 192–200. [CrossRef] [PubMed]

http://dx.doi.org/10.1099/0022-1317-81-4-939
http://www.ncbi.nlm.nih.gov/pubmed/10725419
http://dx.doi.org/10.1128/MCB.18.2.1115
http://www.ncbi.nlm.nih.gov/pubmed/9448009
http://dx.doi.org/10.1128/MCB.18.2.1105
http://www.ncbi.nlm.nih.gov/pubmed/9448008
http://dx.doi.org/10.1111/j.1600-0854.2009.01028.x
http://www.ncbi.nlm.nih.gov/pubmed/20028483
http://dx.doi.org/10.1128/MCB.7.7.2451
http://dx.doi.org/10.1128/JVI.00786-13
http://www.ncbi.nlm.nih.gov/pubmed/23864635
http://dx.doi.org/10.1534/g3.113.008763
http://www.ncbi.nlm.nih.gov/pubmed/24470217
http://dx.doi.org/10.1128/JVI.02025-13
http://dx.doi.org/10.1016/j.virol.2014.02.020
http://dx.doi.org/10.1016/j.jmb.2004.07.011
http://www.ncbi.nlm.nih.gov/pubmed/15327951
http://dx.doi.org/10.1074/jbc.M003791200
http://www.ncbi.nlm.nih.gov/pubmed/11001945
http://dx.doi.org/10.1016/j.yexcr.2005.05.011
http://www.ncbi.nlm.nih.gov/pubmed/15936755
http://dx.doi.org/10.1111/j.1600-0854.2009.00937.x
http://www.ncbi.nlm.nih.gov/pubmed/19548983
http://dx.doi.org/10.3390/cells7110221
http://www.ncbi.nlm.nih.gov/pubmed/30469340
http://dx.doi.org/10.1016/j.pt.2017.02.004
http://www.ncbi.nlm.nih.gov/pubmed/28285851
http://www.ncbi.nlm.nih.gov/pubmed/29511601
http://dx.doi.org/10.1038/srep17288
http://www.ncbi.nlm.nih.gov/pubmed/26620317
http://dx.doi.org/10.3892/mmr.2017.8231
http://dx.doi.org/10.1016/S0140-6736(18)32613-8
http://dx.doi.org/10.1016/S0140-6736(18)32321-3
http://dx.doi.org/10.1177/1087057110390360
http://www.ncbi.nlm.nih.gov/pubmed/21297106


Cells 2019, 8, 559 22 of 23

174. Tay, M.Y.F.; Fraser, J.E.; Chan, W.K.K.; Moreland, N.J.; Rathore, A.P.; Wang, C.; Vasudevan, S.G.; Jans, D.A.
Nuclear localization of dengue virus (DENV) 1-4 non-structural protein 5; protection against all 4 DENV
serotypes by the inhibitor Ivermectin. Antiviral Res. 2013, 99, 301–306. [CrossRef] [PubMed]

175. Varghese, F.S.; Kaukinen, P.; Glasker, S.; Bespalov, M.; Hanski, L.; Wennerberg, K.; Kummerer, B.M.; Ahola, T.
Discovery of berberine, abamectin and ivermectin as antivirals against chikungunya and other alphaviruses.
Antiviral Res. 2016, 126, 117–124. [CrossRef] [PubMed]

176. Wagstaff, K.M.; Sivakumaran, H.; Heaton, S.M.; Harrich, D.; Jans, D.A. Ivermectin is a specific inhibitor of
importin alpha/beta-mediated nuclear import able to inhibit replication of HIV-1 and dengue virus. Biochem. J.
2012, 443, 851–856. [CrossRef] [PubMed]

177. Guzman, M.G.; Harris, E. Dengue. Lancet 2015, 385, 453–465. [CrossRef]
178. Pang, T.; Mak, T.K.; Gubler, D.J. Prevention and control of dengue-the light at the end of the tunnel.

Lancet. Infect. Dis. 2017, 17, e79–e87. [CrossRef]
179. World Health Organization. Global Strategy for Dengue Prevention and Control, 2012–2020; WHO: Geneva,

Switzerland, 2012; ISBN 978-92-4-150403-4.
180. Xu, T.-L.; Han, Y.; Liu, W.; Pang, X.-Y.; Zheng, B.; Zhang, Y.; Zhou, X.-N. Antivirus effectiveness of ivermectin

on dengue virus type 2 in Aedes albopictus. PLoS Negl. Trop. Dis. 2018, 12, e0006934. [CrossRef]
181. Barrows, N.J.; Campos, R.K.; Powell, S.T.; Prasanth, K.R.; Schott-Lerner, G.; Soto-Acosta, R.;

Galarza-Munoz, G.; McGrath, E.L.; Urrabaz-Garza, R.; Gao, J.; et al. A Screen of FDA-Approved Drugs for
Inhibitors of Zika Virus Infection. Cell Host Microbe 2016, 20, 259–270. [CrossRef]

182. Lundberg, L.; Pinkham, C.; Baer, A.; Amaya, M.; Narayanan, A.; Wagstaff, K.M.; Jans, D.A.; Kehn-Hall, K.
Nuclear import and export inhibitors alter capsid protein distribution in mammalian cells and reduce
Venezuelan Equine Encephalitis Virus replication. Antiviral Res. 2013, 100, 662–672. [CrossRef]

183. Marrugal-Lorenzo, J.A.; Serna-Gallego, A.; Gonzalez-Gonzalez, L.; Bunuales, M.; Poutou, J.; Pachon, J.;
Gonzalez-Aparicio, M.; Hernandez-Alcoceba, R.; Sanchez-Cespedes, J. Inhibition of adenovirus infection by
mifepristone. Antiviral Res. 2018, 159, 77–83. [CrossRef] [PubMed]

184. Thomas, D.R.; Lundberg, L.; Pinkham, C.; Shechter, S.; DeBono, A.; Baell, J.; Wagstaff, K.M.; Hick, C.A.;
Kehn-Hall, K.; Jans, D.A. Identification of novel antivirals inhibiting recognition of Venezuelan equine
encephalitis virus capsid protein by the Importin alpha/beta1 heterodimer through high-throughput screening.
Antiviral Res. 2018, 151, 8–19. [CrossRef] [PubMed]

185. Wolff, B.; Sanglier, J.J.; Wang, Y. Leptomycin B is an inhibitor of nuclear export: Inhibition of
nucleo-cytoplasmic translocation of the human immunodeficiency virus type 1 (HIV-1) Rev protein and
Rev-dependent mRNA. Chem. Biol. 1997, 4, 139–147. [CrossRef]

186. Newlands, E.S.; Rustin, G.J.; Brampton, M.H. Phase I trial of elactocin. Br. J. Cancer 1996, 74, 648–649.
[CrossRef] [PubMed]

187. Fukuda, M.; Asano, S.; Nakamura, T.; Adachi, M.; Yoshida, M.; Yanagida, M.; Nishida, E. CRM1 is responsible
for intracellular transport mediated by the nuclear export signal. Nature 1997, 390, 308–311. [CrossRef]

188. Mathew, C.; Ghildyal, R. CRM1 Inhibitors for Antiviral Therapy. Front. Microbiol. 2017, 8, 1171. [CrossRef]
189. Parikh, K.; Cang, S.; Sekhri, A.; Liu, D. Selective inhibitors of nuclear export (SINE)—A novel class of

anti-cancer agents. J. Hematol. Oncol. 2014, 7, 78. [CrossRef]
190. Pickens, J.A.; Tripp, R.A. Verdinexor Targeting of CRM1 is a Promising Therapeutic Approach against RSV

and Influenza Viruses. Viruses 2018, 10, 48. [CrossRef]
191. Jorquera, P.A.; Mathew, C.; Pickens, J.; Williams, C.; Luczo, J.M.; Tamir, S.; Ghildyal, R.; Tripp, R.A. Verdinexor

(KPT-335), a Selective Inhibitor of Nuclear Export, Reduces Respiratory Syncytial Virus Replication In Vitro.
J. Virol. 2019, 93. [CrossRef]

192. Lundberg, L.; Pinkham, C.; de la Fuente, C.; Brahms, A.; Shafagati, N.; Wagstaff, K.M.; Jans, D.A.; Tamir, S.;
Kehn-Hall, K. Selective Inhibitor of Nuclear Export (SINE) Compounds Alter New World Alphavirus Capsid
Localization and Reduce Viral Replication in Mammalian Cells. PLoS Negl. Trop. Dis. 2016, 10, e0005122.
[CrossRef]

193. Perwitasari, O.; Johnson, S.; Yan, X.; Howerth, E.; Shacham, S.; Landesman, Y.; Baloglu, E.; McCauley, D.;
Tamir, S.; Tompkins, S.M.; et al. Verdinexor, a novel selective inhibitor of nuclear export, reduces influenza a
virus replication in vitro and in vivo. J. Virol. 2014, 88, 10228–10243. [CrossRef] [PubMed]

http://dx.doi.org/10.1016/j.antiviral.2013.06.002
http://www.ncbi.nlm.nih.gov/pubmed/23769930
http://dx.doi.org/10.1016/j.antiviral.2015.12.012
http://www.ncbi.nlm.nih.gov/pubmed/26752081
http://dx.doi.org/10.1042/BJ20120150
http://www.ncbi.nlm.nih.gov/pubmed/22417684
http://dx.doi.org/10.1016/S0140-6736(14)60572-9
http://dx.doi.org/10.1016/S1473-3099(16)30471-6
http://dx.doi.org/10.1371/journal.pntd.0006934
http://dx.doi.org/10.1016/j.chom.2016.07.004
http://dx.doi.org/10.1016/j.antiviral.2013.10.004
http://dx.doi.org/10.1016/j.antiviral.2018.09.011
http://www.ncbi.nlm.nih.gov/pubmed/30268911
http://dx.doi.org/10.1016/j.antiviral.2018.01.007
http://www.ncbi.nlm.nih.gov/pubmed/29337164
http://dx.doi.org/10.1016/S1074-5521(97)90257-X
http://dx.doi.org/10.1038/bjc.1996.415
http://www.ncbi.nlm.nih.gov/pubmed/8761384
http://dx.doi.org/10.1038/36894
http://dx.doi.org/10.3389/fmicb.2017.01171
http://dx.doi.org/10.1186/s13045-014-0078-0
http://dx.doi.org/10.3390/v10010048
http://dx.doi.org/10.1128/JVI.01684-18
http://dx.doi.org/10.1371/journal.pntd.0005122
http://dx.doi.org/10.1128/JVI.01774-14
http://www.ncbi.nlm.nih.gov/pubmed/24965445


Cells 2019, 8, 559 23 of 23

194. Widman, D.G.; Gornisiewicz, S.; Shacham, S.; Tamir, S. In vitro toxicity and efficacy of verdinexor, an
exportin 1 inhibitor, on opportunistic viruses affecting immunocompromised individuals. PLoS ONE 2018,
13, e0200043. [CrossRef] [PubMed]

195. Perwitasari, O.; Johnson, S.; Yan, X.; Register, E.; Crabtree, J.; Gabbard, J.; Howerth, E.; Shacham, S.;
Carlson, R.; Tamir, S.; et al. Antiviral Efficacy of Verdinexor In Vivo in Two Animal Models of Influenza A
Virus Infection. PLoS ONE 2016, 11, e0167221. [CrossRef] [PubMed]

© 2019 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).

http://dx.doi.org/10.1371/journal.pone.0200043
http://www.ncbi.nlm.nih.gov/pubmed/30332435
http://dx.doi.org/10.1371/journal.pone.0167221
http://www.ncbi.nlm.nih.gov/pubmed/27893810
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	The Separation of Cytoplasmic and Nuclear Compartments 
	The Nuclear Envelope Can Represent an Obstacle for Viral Infection 
	Nucleocytoplasmic Transport of Cellular Proteins 
	Targeting Nuclear Import Machinery through Viral Mimicry 
	Interactions with the Nuclear Pore Complex (NPC) 
	Interactions with Importins 
	Nuclear Export and Nucleocytoplasmic Shuttling 

	Viral Disruption of Cellular Protein Trafficking 
	Subverting Antiviral Immunity through Nucleocytoplasmic Transport 
	General Disruption of Host Nucleocytoplasmic Transport 

	Viruses as a Tool to Discover Mechanisms of Nuclear Transport 
	Targeting Nuclear Transport to Control Viral Replication 
	Conclusions 
	References

