Biomedical Research 2017; 28 (20): 8639-8648

ISSN 0970-938X
www.biomedres.info

Investigation of the subcellular localization of HPeV 3A and 2A proteins.
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Abstract
Background: Our study investigated the sub-cellular localization of the Parechovirus HPeV 3A nonstructural protein.
Methods: Primers were designed for making wild type HPeV1 and CAV9 2A, 2B, 2C, 2BC and 3A
proteins to use for PCR and the pGEM-T Easy vector. The QuikChange II site-directed mutagenesis kit
was used to mutate pEGFP-3A using primers. Cells were grown on cover slips and visualized using an
Olympus BX41 fluorescence microscope.
Results: We found that EGFP-3A co-localized partially with Golgi and ERGIC. The mutagenesis
analysis suggests that the amino acids 39 to 86 of 3A affect distribution and are essential for localization.
Conclusions: Interestingly, co-expression of HPeV 2A with HPeV 3A caused 2A translocation to the
nucleolus. The deletion of the TM region in EGFP-2A prevents re-localization.
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Introduction
Parechoviruses belong to the Picornavirus family. There are
currently 16 serotypes of human Parechoviruses (HPeVs)
which are numbered from 1 to 16 [1,2]. Among the 16 types of
HPeV, HPeV1 is the most common type seen worldwide and
mainly effects young children [3].
The genome of Picornaviruses is monocistronic, meaning that
it encodes a single polypeptide. Viral proteases cleave the
single polypeptide to produce precursor proteins P1-P3. These
precursor proteins are in turn cleaved to form the nonstructural and structural proteins. The non-structural proteins
include the followings: 2A, 2B, 2C, 2BC, 3A, 3AB, 3C and
3D. Structural proteins include the virion proteins (VPI-VP4).
P1 contains the VP1-4 proteins, P2 the 2A-2C proteins, and P3
the 3A-3D proteins [4].
The 3A non-structural protein and its 3AB precursor are both
derived from P3. Picornaviruses 3A proteins are poorly
conserved among Picornaviruses. However, 3A proteins are
often associated with inhibition of ER-to-Golgi transport
helping the viruses to escape from the immune system of the
host by inhibiting MHC class I [5-7]. Enteroviruses 3A
proteins are involved in reducing the production of betainterferon, IL-8, and IL-6 in host cells [8]. In some viruses,
such as Avian Encephalomyelitis Virus (AEV), 3A enhances
the permeability of the cell membrane and hampers cellular
secretion [9]. In other Picornaviruses, such as FMDV, cellular
secretion remains uninhibited by the 3A proteins. According to
Wessels et al. Enterovirus 3A proteins block protein trafficking
by inhibiting anterograde transport [10,11]. Individual
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expression of the Enterovirus 3A protein also leads to the
swelling of the ER [12].
In HRV14, HAV, Enterovirus 71 and Theiler’s virus, 3A
proteins fail to block the secretary pathway [13]. In PV
infected cells, 3A protein blocks protein transport from ER to
the Golgi complex by swelling the ER cisternae [14].
Immunofluorescence studies show that the 3A protein of
FMDV also binds to the ER, but it does not block the transport
of TsO45 GYFP protein to the cell surface [9]. An analysis of
several 3A proteins from 15 genera showed that most bind to
the protein ACBD3 to recruit PI4KIIIβ to replication
complexes [15].
The 2A region is another diverse part of the polyprotein and
quite different types of 2A protein are seen in different
Picornaviruses. Some 2A proteins in Picornaviruses are
involved in the separation of the P1 structural proteins from the
P2 and P3 non-structural proteins, but two different
mechanisms have been recognized. In other Picornaviruses 2A
proteins do not seem to have this function [16,17]. Three 2A
types occur frequently in Picornaviruses, 2Apro (a
chymotrypsin-like protease found in Enterovirus and
Sapelovirus), proteins with an NPGP motif, and Hbox/NC
proteins [18].
2Apro is a chymotrypsin-like cysteine protease and causes
cleavage at its N terminus, between VP1 and 2A [19]. In
addition, it also cleaves several cellular factors, including
eukaryotic initiation factor-4G, TATA-binding protein
[12,20,21]. This leads to shut off the host cell protein synthesis
which will allow the virus to use the resources of the cell and
may also overcome anti-virus responses in the cell. Long term
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expression of either 2Apro or 3Cpro induces caspase activation
and thus eventually death by apoptosis [20]. PV 2Apro also has
a role in the alteration of proteins and RNA trafficking between
the nucleus and cytoplasm [22]. Expression of PV 2Apro in
uninfected cells causes the cytoplasmic re-localization of some
host nuclear factors, initially suggesting that it may be
responsible for the degradation of the nuclear pore complex
proteins (Nups) during infection [23]. Little work has been
done on the effect of Picornavirus infection on the
cytoskeleton. PV has been reported to associate and rearrange
with the cytoskeleton and intermediate filaments. It was
reported that disruption of the cytoskeletal network may be due
to the cleavage of certain cellular proteins by the 3C proteinase
3Cpro of Poliovirus [24].
Another picornaviral protease, Rhinovirus 2Apro, has been
implicated in the destruction of cytokeratin 8 in virus-infected
HeLa cells [25]. Members of the Cardiovirus genus have an
NPGP 2A, but this seems to be fused to a different type of
protein [26]. The Hbox/NC type of 2A is related to a family of
mammalian proteins involved in cell proliferation. It doesn’t
seem to be involved in polyprotein processing [27]. Little is
known about the Picornavirus 2A Hbox/NC proteins.
Samuilova et al. found that the HPeV1 2A showed a dispersed
cytoplasmic staining pattern with some perinuclear
concentration in most infected cells. However, a diffuse
nuclear staining pattern was also observed in some infected
cells at a late stage of infection. Viral RNA was partly colocalized with 2A in the perinuclear region. Using NorthWestern blotting, gel retardation and UV cross linking
techniques, it was observed that 2A possesses RNA binding
activity and recognizes the 3´ untranslated region (UTR) of the
viral genome with highest affinity [28].
PV 2Apro also has a role in alteration of protein and RNA
trafficking between the nucleus and cytoplasm [22].
Expression of PV 2Apro in uninfected cells causes the
cytoplasmic re-localization of some host nuclear factors,
initially suggesting it may be responsible for the degradation of
the nuclear pore complex proteins (Nups) during infection
which was later confirmed [22,23]. The multifunctional 2A and
3C proteins are involved in the breakdown process of the
cytoskeleton at the time of cell lysis. Many picornaviruses have
an NPGP (Asparagine-proline-glycine-proline) motif at the
2A/2B boundary and this is responsible for separating the
capsid and non-structural regions during translation [29]. This
is not due to proteolysis, but is a translational effect due to
ribosome skipping, so that no peptide bond is formed between
NPG and the following P, but then translation continues
[29,30].
The aim of this study was to investigate the role of these
proteins in the HPeV-infected cell, mainly using EGFP/
mCherry fusions.
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Materials and Methods
Primer design for HPeV1 and CAV9, 2A, 2B, 2C, 2BC
and 3A proteins
Primers were designed for making wild type HPeV1 and CAV9
2A, 2B, 2C, 2BC and 3A proteins to use for PCR and the
pGEM-T Easy vector. Primers also were designed to introduce
mutations into specific regions of the HPeV and CAV9 2B, 2C,
2BC and 3A proteins using PCR and the pGEM-T Easy vector.
Pairs of overlapping oligonucleotides were also designed to
insert specific motifs at the C-terminus of EGFP. Restriction
enzyme cutting sites were introduced into primers to clone
PCR fragments.

Mutation of pEGFP-3A
The QuikChange II site-directed mutagenesis kit was used to
mutate pEGFP-3A using primers. Mutagenesis reactions were
prepared in thin-walled PCR tubes on ice: 5.0 µL of 10x
reaction buffer, 1 µL DNA (ng amount variable), 2.5 µL of
mutagenic primer #1 (at 50 ng/µL), 2.5 µL of mutagenic
primer #2 (at 50 ng/µL), 1.0 µL of dNTP mix, PCR-quality
water to a final volume of 50 µL were mixed then 1.0 µL
PfuTurbo DNA polymerase (at 2.5 U/µL) was fused. Tubes
were placed in the cycler to begin the PCR reaction.

PCR, colony PCR
To make wild type and mutations constructs, PCR was
performed in a 50 µL volume, thin-walled 200 µL PCR tube.
The reaction mixture consisted of 5 µL 10x PCR buffer
including Mg2+, 1 µL 10 mM dNTPs, 1 µL DNA (100 ng), 1
µL of each primer (50 ng), 1 µL (2.5 units) pfu polymerase and
40 µL of sterile distilled water.
Colony PCR is designed to quickly screen for plasmid inserts
directly from E. coli colonies and can be used to determine
insert size and/or orientation in the vector. The colony PCR
procedure involved mixing 38 µL sterile distilled water, 5 µL
10x PCR buffer, 3 µL 25 mM MgCl2, 1 µL 10 mM dNTPs, 1
µL (50 ng) forward primer, 1 µL (50 ng) reverse primer and
0.2-1 µL Taq polymerase to give 50 µL total volume, then a
single colony was fused directly to the mixture.

Ligation into pGEMT-easy vector
Ligation reactions were done in a 10 µL volume. 2 µL of the
purified PCR product, 1 µL of pGEMT-Easy vector, 5 µL of 2x
rapid ligation buffer, 1 µL of T4 DNA ligase and 1 µL of
distilled water were mixed. The mixture was then left at room
temperature for 1 h.

The clone pEGFP-C1 was cut by double digestion
(e.g. with HindIII and BamHI) and purified ligation
into pEGFP-C1/PmCherry-C1 vector
Ligations were performed using T4 DNA ligase in a 20 µL
reaction containing a 3:1 ratio of insert to vector. 2 µL of the
vector DNA, 4 µL of insert DNA, 2 µL of 2x rapid ligation
Biomed Res 2017 Volume 28 Issue 20
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buffer, 1 µL of T4 DNA ligase and 11 µL of distilled water
were mixed.

Cell splitting
GMK cells were propagated in 25 cm2 tissue culture flasks
containing 5 ml MEM (Minimal Eagles Medium) with 10%
foetal calf serum and 100 mg/L gentamycin. For splitting, the
medium was renewed and the cells washed twice with PBS. 1
mL Tryple E was fused and incubated with rocking for 5 min
to detach the cells. 15 mL medium was then fused and 35 mL
portions of the solution divided into 3 new flasks. The flasks
were incubated at 37°C for 3-7 d.

Transfection
Cells were grown on cover slips in 6 well plates for 24 h. The
cells were washed with serum-free medium. 5 µL DNA and 95
µL serum free medium were fused to a tube and incubated for
30 min. In a second tube, 5 µL Lipofectin TM and serum free
medium were combined. The tubes were mixed and incubated
for 30 min. 1 mL serum-free medium was fused. The liquid
was applied to one cover slip which was incubated overnight at
37°C. The cover slip was washed with PBS and mounted on a
microscope slide in 100 μL PBS.

Fluorescent microscopy
Cells were visualized using an Olympus BX41 fluorescence
microscope using 60 x filters. The magnification was set at
60,000 x with a snap shot time of 100 ms-1 s for GFP and 5000
ns-10 ms for Hoechst.

Results
Intracellular localization of the 3A protein from
HPeV1 and CAV9
To investigate the localization of 3A HPeV1 protein and
compare with 3A of a distantly related Picornavirus the
Enterovirus CAV9, fusion constructs were produced. 3A was
tagged to the C-terminus of EGFP or m-Cherry.
GMK cells were transfected with the constructs, EGFP-3A
HPeV1 and EGFP-3A CAV9. Constructs were transfected
using LipofectinTM and nuclei were stained 2 d after
transfection with Hoechst stain (33342). Fluorescence
microscopy results are shown in Figure 1.
It can be seen that EGFP localizes throughout the cell in most
cells, although there is a concentration in the nucleus in some
cells. In contrast, EGFP-3A HPeV and EGFP-3A CAV9 are
largely excluded from the nucleus and seem to be present in
perinuclear structures.

Analysis of HPeV1 3A regions involved in localization
The length of 3A HPeV is 117 amino acids long. To investigate
the basis of localization further, we produced several EGFP-3A
constructs (Figure 2). The C-terminus of the HPeV1 3A protein
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Figure 1. Representative fluorescence microscopy images showing
the localizations of EGFP, EGFP-3A HPeV and EGFP-3A CAV9 in
GMK cells like distribution.

is rich in acidic and basic amino acids in both HPeV and
Ljungan Virus (LV). To find whether these contribute to
localization, the C-terminal 11 amino acids of the HPeV 3A
protein (KIFKKEESKDE) and C-terminal amino acids of the
LV protein (KKEKKEEERQE) were fused to the C-terminus
of EGFP. A version of EGFP-3A lacking the final 11 amino
acids was also produced. Transfection results showed that the
C-terminal fusions had the same localization as EGFP itself. In
addition, the construct lacking the C-terminal had the same
distribution as EGFP-3A. This suggests that the C-terminus of
HPeV, and probably LV, 3A doesn’t affect distribution.
To find whether the 3A N-terminus (1-66) contribute to
localization, we fused amino acids 1 and 66 to EGFP.
Transfection results showed that the EGFP construct with these
amino acids region had the same distribution as EGFP. This
suggests that amino acids 1 to 66 are not sufficient to give 3Alike localization. In contract amino acids 64-117 fused to
EGFP give 3A.
To find whether the 3A transmembrane domain (amino acids)
contributes to localization, we made an EGFP construct
lacking this domain (amino acids 89-106). Surprisingly,
transfection results showed that the produced EGFP protein
had a very similar distribution to EGFP-3A although some
fluorescence is more dispersed. This suggests that the
transmembrane domain of HPeV doesn’t fully define the
distribution. We also made constructs to understand the role of
amino acids 39 to 86 in localization. We made two EGFP
constructs; one contained only amino acids 39 to 86 from 3A
and the other contained 3A without amino acids 39 to 86.
Transfection results showed that only amino acids 39 to 86
gave the same distribution as EGFP-3A, while the construct
lacking the region from 39 to 86 had a more dispersed
localization, but with some perinuclear concentration. This
suggests that the region from 39 to 86 of HPeV affect
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distribution and is important for localization. As amino acids
64-117 seem to be important, the results suggest that the 64-86
region will give the same distribution as EGFP-3A.

and LV. To find whether these contribute to localization, the Cterminal 11 amino acids of 3A (KIFKKEESKDE) and Cterminal amino acids of the LV protein (KKEKKEEERQE)
were fused to the C-terminus of EGFP. A version of EGFP-3A
lacking the final 11 amino acids was also produced.
Transfection results showed that the C-terminal fusions had the
same localization as EGFP itself. In addition, the construct
lacking the C-terminus of 3A had the same distribution as
EGFP-3A. This suggests that the C-terminus of HPeV, and
probably LV, 3A doesn’t affect distribution.
To find whether the 3A N-terminus (1-66) contributed to
localization, we fused amino acids 1 and 66 to EGFP.
Transfection results showed that the EGFP construct with these
amino acids region had the same distribution as EGFP. This
suggests that amino acids 1 to 66 aren’t sufficient to give 3Alike localization. In contrast, amino acids 64-117 fused to
EGFP give 3A-like distribution.

Figure 2. Constructs used to analyze the distribution of the 3A protein
of HPeV1, along with their localizations.

To find which amino acid or group of amino acids in the region
from 64 to 86, give 3A localization, we divided this region into
3 overlapping parts and fused each sequence to the C-terminus
of EGFP. Each part contains 11 amino acids
SREVVDWFSDK, WFSDKIKSMLS and LSFVERNKAWLT.
Transfection results showed that all the constructs had the same
localization as EGFP itself. This suggests that the 11 amino
acid sequences (SREVVDWFSDK), (WFSDKIKSMLS) and
(LSFVERNKAWLT) cannot work individually to give the
correct 3A localization. A version of EGFP-3A lacking the
region from 62 to 86 was also produced. Transfection results
showed that the construct lacking the region from 62 to 86 had
the same distribution as EGFP-3A. This suggests that the
region from 64 to 86 of HPeV 3A doesn’t infect affect
distribution. The results suggest that the amino acids 39-61 and
the transmembrane region, both contribute to localization.
To confirm that the above constructs have same distribution to
EGFP-3A HPeV1, we co-transfected with m-Cherry-3A
HPeV1. Apart from the transmembrane domain construct, all
the EGFP constructs had a similar distribution to mCherry-3A.
This may be due to the ability of 3A to form dimmers which
could allow the mutants proteins to be relocated by
dimerization with m-Cherry-3A.
To investigate the basis of localization further, we produced
several EGFP-3A constructs. The C-terminus of the HPeV1 3A
protein is rich in acidic and basic amino acids in both HPeV
8642

To find whether the 3A transmembrane domain (amino acids)
contributes to localization, two further constructs were
assembled an EGFP construct lacking this domain (amino
acids 89-106). Surprisingly transfection results showed that the
EGFP protein produced had a very similar distribution to
EGFP-3A although some fluorescence is more dispersed. This
suggests that the transmembrane domain of HPeV does not
fully define the distribution. Two further constructs were
assembled to understand the role of amino acids 39 to 86 in
localization. Two further EGFP constructs were assembled;
one contained only amino acids 39 to 86 from 3A and the other
contained 3A without amino acids 39 to 86. Transfection
results showed that only amino acids 39 to 86 gave the same
distribution as EGFP-3A, while the construct lacking the
region from 39 to 86 had a more dispersed localization, but
with some perinuclear concentration. This suggests that the
region from 39 to 86 of HPeV affect distribution and is
important for localization. As amino acids 64-117 seem to be
important, the results suggest that the 64-86 region will give
the same distribution as EGFP-3A.
To find which amino acid or group of amino acids in the region
from 64 to 86 affect 3A localization, we divided this region
into 3 overlapping parts and fused each sequence to the Cterminus of EGFP. Each part contains 11 amino acids
SREVVDWFSDK, WFSDKIKSMLS and LSFVERNKAWLT.
Transfection results showed that all the constructs had the same
localization as EGFP itself. This suggests that the 11 amino
acid sequences (SREVVDWFSDK), (WFSDKIKSMLS) and
(LSFVERNKAWLT) cannot work individually to give the
correct 3A localization. A version of EGFP-3A lacking the
region from 62 to 86 was also produced. Transfection results
showed that the construct lacking the region from 62 to 86 had
the same distribution as EGFP-3A (Figure 3). This suggests
that the region from 64 to 86 of HPeV 3A doesn’t in fact affect
distribution. The results seem to suggest that the amino acids
39-61 and the transmembrane region both contribute to
localization.
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EGFP-2BC. The other non-structural proteins had a more
punctuate distribution than EGFP-2A and these proteins were
excluded from the nucleus, which EGFP-2A is seen in the
nucleus. There was no co-localization between 2A and the
other non-structural proteins. However, the same redistribution
of m-Cherry-2A was seen when EGFP-3A was co-transfected
(Figure 4). Intense spots were observed in the nucleus, which
seemed to correspond to the nucleoli. Co-transfection of
EGFP-3A HPeV1 and m-Cherry-2A showed nucleolus signal
dots within the nucleus. For understanding better the function
of these nucleolus dots we investigated the structure of EGFPB23, EGFP-CTCF, EGFP-Fibrillarin and EGFP-Nucleolin (as
nucleolar proteins) in cells that were transfected with mCherry-3A and m-Cherry-2A HPeV1 to identifying the basis of
changes in structure of nuclear proteins or m-Cherry-3A/
Cherry-2A HPeV1 or investigate which there is any interaction
between nuclear proteins and m-Cherry-3A/m-Cherry-2A
HPeV1. Results showed that m-Cherry-3A HPeV1 didn’t have
any effect on the above nuclear proteins (Figure 5).

Figure 3. Representative fluorescence microscopy images showing
localizations of EGFP-3A (1-66), EGFP-3A (64-117), EGFP-3A
(39-86), EGFP-3A (39-86) deletion, EGFP-3A (62 to 86) deletion,
EGFP-3A TM deletion, EGFP-3A (64-74), EGFP-3A (70-80) and
EGFP-3A (79-90) in GMK cells.

To confirm that the above constructs have same distribution to
EGFP-3A HPeV1, we co-transfected with m-Cherry-3A
HPeV1. Apart from the transmembrane domain construct, all
the EGFP constructs had a similar distribution to mCherry-3A.
This may be due to the ability of 3A to form dimers which
could allow the mutants proteins to be relocated by
dimerization with m-Cherry-3A.

Co-transfection of EGFP-3A or m-Cherry-3A protein
with m-Cherry-2A, m-Cherry-2B and m-Cherry-2C
HPeV1 non-structural proteins
The possible co-localization of 3A and other non-structural
proteins was investigated using EGFP-3A/m-Cherry-3A and
m-Cherry-2A, m-Cherry-2B, EGFP-2BC and EGFP-2C
(Figure 3). There was some co-localization of 3A with all these
proteins except 2A. Interestingly, the presence of EGFP-3A
changed the localization of 2A and some of this protein
localized in regions of the nuclei, presumably corresponding to
nucleoli (Figure 4). To investigate co-localization of 2A with
other non-structural HPeV proteins the m-Cherry-2A construct
was co-transfected with EGFP-3A, EGFP-2B, EGFP-2C and
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Figure 4. Representative fluorescence microscopy images showing
co-transfection of EGFP-3A-m-Cherry-3A HPeV1, EGFP-3A-mCherry-2A HPeV1, EGFP-3A-m-Cherry-2B HPeV1, EGFP-2BC-mCherry-3A HPeV1 and EGFP-2C-m-Cherry-3A HPeV1 in GMK
cells.

Intracellular localization of the HPeV1 EGFP and mCherry 2A protein
Individually expressed HPeV1 2A is found to be diffused in
the cytoplasm and nucleus and its localization doesn’t change
upon infection [31]. This is also checked with other kind of
methods like electron microscopy. We also confirm these mcherry or EGFP with other proteins and all shows correct
distribution so it means m-cherry or EGFP cannot effect on
localization of protein itself. So we know m-cherry and EGFP
and 2A have all over the cell distribution but if we focus more
closely we can see some nuclei dots inside the nuclear when
2A is present in EGFP OR m-cherry. It can be seen that EGFP
localizes throughout the cell in most cells although there is a
concentration in the nucleus in some cells and EGFP-2A HPeV
is also largely located in the cytoplasm. There is a little
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difference between the EGFP and EGFP-2A localization.
Similar results were obtained for m-Cherry and m-Cherry-2A.

which includes the BXBXXBXB motif, was fused to the Cterminus of m-Cherry. This construct was called m-Cherry-2A
(42-53). An m-Cherry-2A construct was also made.
Transfection results showed that m-Cherry-2A (42-53) had the
same localization as m-Cherry-2A and m-Cherry itself (Figure
7). Transfection results indicated that the EGFP construct with
EGFP-2A (1-80), EGFP-2A (80-147) and EGFP-2A (TMdeletion) region had the same distribution as EGFP-2A
HPeV1. Therefore the mutations don’t effect distribution.

Figure 5. Representative fluorescence microscopy images showing
localizations of EGFP-B23, EGFP-CTCF, EGFP-Fibrillarin and
EGFP-Nucleolin in GMK cells. A, D, G and J show Hoechst staining,
nuclei. B, E, H and K show EGFP fluorescence and in C, F, I and L
the Hoechst and EGFP images are superimposed. A-C=EGFP-B23,
D-F=EGFP-CTCF,
G-I=EGFP-Fibrillarin
and
J-L=EGFPNucleolin.

In previous studies using EGFP fusions 2A and 3D was found
in the cytoplasm and nucleus, whereas 2B, 2C, 2BC, 3A and
3AB were found in the cytoplasm, mainly around the nucleus
[28,31]. The pattern of transfected 2A-EGFP didn’t change
upon infection, and no specific co-localization between the
transfected proteins and the viral 2C protein was observed.
One of our aims in this study was to investigate the localization
of the 2A HPeV1 to help understand the function of this
protein. To understand the localization, we tagged the Cterminus of EGFP or m-Cherry to the 2A protein of HPeV1.
GMK cells were transfected with the constructs. Constructs
were transfected using Lipofectin TM and nuclei were stained
two days after transfection with Hoechst stain (33342).
Fluorescence microscopy results are shown in Figure 6. It can
be seen that EGFP localizes throughout the cell in most cells
although there is a concentration in the nucleus in some cells
and EGFP-2A HPeV is also largely located in the cytoplasm.
There is little difference between the EGFP and EGFP-2A
localization. Similar results were obtained for m-Cherry and
m-Cherry-2A.

Analysis of HPeV1 2A regions involved in localization
To investigate the basis of localization further, we produced
several constructs including EGFP-2A (1-80) (N-terminal 80
amino acids of 2A), EGFP-2A (80-147) (C-terminal 68 amino
acids) and EGFP-2A (TM-deletion) to investigate which region
contribute to localization. In addition, a 12 amino acids region
(ALTGKAKFTKTK) position (42-53) of the HPeV 2A protein,
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Figure 6. Representative fluorescence microscopy images showing
the localization of EGFP, m-Cherry, EGFP-2A and m-Cherry-2A
HPeV in GMK cells.

To confirm that the above constructs have same distribution as
EGFP-2A HPeV1, we produced m-Cherry-2A HPeV1. All the
above EGFP-2A regions constructs were co-transfected with
m-Cherry-2A HPeV. The results showed that all the mutants
construct have the same distribution as m-Cherry-2A.

Co-transfection of m-Cherry-2A with EGFP-3A,
EGFP-2A, EGFP-2B, EGFP-2BC and EGFP-2C
HPeV1 non-structural proteins
To investigate the effect of 2A mutations, the mutant EGFP-2A
constructs were co-transfected with m-Cherry-2A. All the
mutants co-localized and so the mutations have no effect on
localization. To investigate co-localization of 2A with other
non-structural HPeV proteins the m-Cherry-2A construct was
co-transfected with EGFP-3A, EGFP-2B, EGFP-2C and
EGFP-2BC. The other non-structural proteins had a more
punctuate distribution than EGFP-2A and these proteins were
excluded from the nucleus, which EGFP-2A is seen in the
nucleus. There was no co-localization between 2A and the
other non-structural proteins. However, the same redistribution
of m-Cherry-2A described in chapter 3 was seen when
EGFP-3A was co-transfected (Figure 8). Intense spots were
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observed in the nucleus, which seemed to correspond to the
nucleoli.

Figure 7. Representative fluorescence microscopy images showing
the localizations of m-Cherry, m-Cherry-2A and m-Cherry-2A
(42-53) in GMK cells.

Figure 9. Representative fluorescence microscopy images showing
co-transfection of EGFP-2A-m-Cherry-3A HPeV1, EGFP-2A (1-80)m-Cherry-3A HPeV1, EGFP-2A (80-147)-m-Cherry-3A HPeV1,
EGFP-2A (C-A)-m-Cherry-3A HPeV1, EGFP-2A TM deletion-mCherry-3A HPeV1 and EGFP-2A (K46A)-m-Cherry-3A HPeV1 in
GMK cells.

Analysis of the 3A mutants shown that 3A proteins (1-66)
cannot cause relocalization. Relocalization by 64-117 does not
seem to be as strong as that caused by the intact protein. Both
the 39-86 region construct and the 39-86 deletion could cause
some relocalization, suggesting that more than one region can
cause relocalization.

Figure 8. Representative fluorescence microscopy images showing
co-transfection of EGFP-2A-m-Cherry-2A HPeV1, EGFP-2B-mCherry-2A HPeV1, EGFP-2C-m-Cherry-2A HPeV1, EGFP-2BC-mCherry-2A HPeV1 and EGFP-3A-m-Cherry-2A HPeV1 in GMK cells.

Regions of 2A and 3A needed for nucleolar
localization
To investigate the relocalization of 2A further, mutant
EGFP-2A constructs were co-transfected with m-Cherry-3A
(Figure 9). Both the EGFP-2A (1-80) and EGFP-2A (80-147)
construct were not relocalized, suggesting that the
relocalization may need more than one region of 2A. The
deletion of the TM region prevents relocalization, while the
mutation of the cysteine of the NC motif has no effect.
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m-Cherry or EGFP control in any figures should be similar
localization (means all over the cells) and if we are going to
add picornavirus non-structural gene in it we expect to have
different localization because the region of m-cherry or EGFP
have short gene that don’t effect on localization of 3A or 2A.
So whatever localization we seen on m-Cherry-3A, mCherry-2A or EGFP-3A, EGFP-2A are actual localization of
3A or 2A as a wild type. We were expecting to make so many
mutations in region of 3A and 2A to see more relocalizations
and changes.

Discussion
The aim of this study was to investigate the subcellular
localization of HPeV 3A and 2A proteins and understanding
the role of these proteins in the HPeV-infected cell, mainly
using EGFP/mCherry fusions. Experiments were performed
with GMK cells, because HPeV1, the virus used in this study,
is able to replicate in these cells, indicating that the 3A proteins
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has the ability to fulfil its functions in these cells. Therefore,
we characterized the sub-cellular localizations of EGFP-3A
and the mutants in these cells.
To study the localization of the 3A protein and investigate
which amino acids in 3A are involved in 3A localization
several more constructs were made and analyzed. Amino acid
position 88 to 106 of 3A is strongly hydrophobic which may
indicate possible transmembrane linkage. However, the
evidence suggests that EGFP-3A lacking the transmembrane
region has a distribution between EGFP and EGFP-3A with
significant diffuse staining throughout the cell. We confirmed
therefore that the 3A transmembrane region alone cannot give
the 3A distribution seen. Therefore, we continued to make
several additional constructs to determine the sequences in the
HPeV 3A protein which direct it to its cellular location. This
seemed to indicate that the region from amino acids 39 to 86 is
the critical region for localization of 3A HPeV1, because
EGFP-3A without this region is located throughout the cell. In
contrast, when only the region from 39 to 86 was fused to the
C-terminus of EGFP, this protein was largely excluded from
the nucleus and seemed to be present in perinuclear structure,
as seen for EGFP-3A. Removing amino acids 62-86 gave a
protein with EGFP-3A-like distribution, suggesting that only
amino acids 39-61 are important in localization. However, this
is not fully consistent with fact that removing positions 1-63
(N-terminus) didn’t seem to greatly affect the localization. The
N-terminal deletion construct distribution is similar to
EGFP-3A, but there may be some differences. The results may
suggest that more than one part of the 3A protein regions is
involved in localization. The experiments indicate that amino
acids 39-61 and the transmembrane region are important.
Amino acids 39-61 include the region that aligns with the
helical hairpin in Enterovirus 3A [32]. This region is important
in Enterovirus 3A dimerization and if it contributes to HPeV
3A dimerization this could explain why this region is a key to
localization. This was also analyzed by co-localization studies.
These confirmed that m-Cherry has a similar distribution
intermediate to that of EGFP and EGFP-3A. The results
supported the idea that the 39-61 regions are important in
localization. Possible dimerization of 3A was studied by
adding the motif TKL to the C-terminus of m-Cherry-3A. This
gives a highly punctuate distribution, presumably due to
peroxisomal localization. Surprisingly, this is lost in most of
the co-transfection with EGFP constructs which give a
periplasmic localization to m-Cherry-3A, possible due to
dimerization. However, the EGFP-3A 39-89 deletion has a
very different distribution to m-Cherry-3A TKL which adds
more support to the importance of this region in dimerization.
In the case of Picornaviruses, dimerization is found to be
important in non-structural proteins [8,33]. 3A protein in
CVB3 (Coxsackievirus B3) form homodimer and this
homodimerization in 3A play a key factor for inhibition of
protein trafficking and viral RNA [11].
The 2A proteins are diverse among Picornaviruses and don’t
have homologous structures and functions for certain nonstructural proteins [34]. 2A proteins of these viruses are also
related to certain proteins of cell cycle and cell division such as
8646

H-rev107, TIG3 and LRAT which are possibly involved in the
control of cell proliferation [18]. The 2A protein of HPeV
lacks proteolytic activity and no function has been identified to
date, but it is believed that it may have role to play in viral
replication [28].
The EGFP-2A has a similar distribution to EGFP itself.
Surprisingly, EGFP-2A doesn’t seem to be associated with
membranes despite its putative transmembrane domain. The
basic motif (BXBXXBXB) doesn’t seem to allow EGFP-2A to
localize in the nucleus more than EGFP itself. To further study
the localization of the 2A protein, several constructs were
made encoding EGFP-2A (1-80), EGFP-2A (80-147),
EGFP-2A (TM-deletion) and EGFP-2A (42-53). The evidence
suggests that EGFP-2A (1-80), EGFP-2A (80-147), EGFP-2A
(TM-deletion) and EGFP-2A (42-53) alone have an almost
identical distribution to EGFP-2A. We confirmed this by colocalization of m-Cherry-2A with our constructs. Therefore,
none of these regions can change the distribution of EGFP. An
m-Cherry-2A was produced for these studies. Our results
showed that EGFP-2A and m-Cherry-2A have similar
distribution. The m-Cherry-2A distribution is very different
from that of EGFP-3A, EGFP-2B, EGFP-2BC and EGFP-2C
and there is no co-localization. The most interesting result was
obtained with EGFP-3A. We saw dots in the nucleus
(apparently in nucleoli) in the m-Cherry-2A and this
distribution was only seen when EGFP-3A and m-Cherry-2A
when were together. This re-localization doesn’t seem to need
the conserved H2 and C90 of 2A, but need the transmembrane
domain. The fact that the 2A transmembrane domain doesn’t
seem to localize 2A to membranes and is involved in relocalization caused by 3A, may suggest that it is not a
transmembrane domain. It could instead be an interaction
domain that allows 2A to interact with another protein with
nucleolar localization and this takes 2A to the nucleolus.
As the HPeV 2A protein is localized partially to the nucleolus,
it is of interest to decipher whether HPeV-2A affects the
nucleolus.
The deletion of the EGFP-2A TM region prevents
relocalization, while the mutation of the cysteine of the NC
motif had no effect. Both the EGFP-3A (39-86 region)
construct and the EGFP-3A (39-86 deletion) could cause some
relocalization, suggesting that more than one region can cause
relocalization. This observation will be followed up by trying
to find binding partners of 2A, using proteomics approaches,
which may explain the relocalization.
2A proteins of Picornaviruses have varied function as well as
varied sizes [18,34]. Different members of the Picornavirus
family use 2A for different purposes. One of the functions of
2A is processing of the polyprotein. This involves separation of
structural and non-structural proteins of Picornaviruses i.e. P1
from P2 and P3. This activity of 2A is found in Enterovirus
and Sapelovirus where it behaves as a trypsin-like cysteine
protease [29]. Such 2A proteins with protease activity are
notated as 2Apro. Another group of Picornaviruses also use 2A
proteins to separate structural and non-structural proteins, not
by proteolytic cleavage but by mediating ribosome skipping
Biomed Res 2017 Volume 28 Issue 20
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and thus having an effect on translation. This effect is mediated
by an Asn-Pro-Gly-Pro (NPGP) motif [30]. 2A of some
Picornaviruses is not associated with polyprotein processing in
any manner at all, nor is any similarity seen with other 2A
proteins [16,17,31].
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The cellular relatives of 2A have been investigated recently.
Two of these are phospholipases and it 2A has a similar
function; this may have an effect on ER, ERGIC and Golgi
membranes. We also examined which non-structural proteins
co-localize with each other. An m-Cherry-2A was produced for
these studies. Our results showed that EGFP-2A and mCherry-2A have similar distribution. The m-Cherry-2A
distribution is very different from that of EGFP-3A, EGFP-2B,
EGFP-2BC and EGFP-2C and there is no co-localization. The
most interesting result was obtained with EGFP-3A. We saw
dots in the nucleus (apparently in nucleoli) in the m-Cherry-2A
and this distribution was only seen when EGFP-3A and mCherry-2A when were together. This relocalization does not
seem to need the conserved H2 and C90 of 2A, but does need
the transmembrane domain. The fact that the 2A
transmembrane domain does not seem to localize 2A to
membranes and is involved in re-localization caused by 3A,
may suggest that it is not a transmembrane domain. It could
instead be an interaction domain that allows 2A to interact with
another protein with nucleolar localization and this takes 2A to
the nucleolus.
As the HPeV 2A protein is localized partially to the nucleolus,
it is of interest to find whether HPeV-2A affects the nucleolus.
The effect of 2A HPeV protein on four nuclear proteins B23,
fibrillarin, nucleolin and CTCF was studied. The results
showed no effect on fibrillarin, nucleolin or CTCF
distribution.
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