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Middle East respiratory syndrome coronavirus (MERS-CoV), a pathogen causing severe
respiratory disease in humans that emerged in June 2012, is a novel beta coronavirus
similar to severe acute respiratory syndrome coronavirus (SARS-CoV). In this study,
immunoprecipitation and proximity ligation assays revealed that the nucleocapsid (N)
protein of MERS-CoV interacted with human translation elongation factor 1A (EF1A), an
essential component of the translation system with important roles in protein translation,
cytokinesis, and filamentous actin (F-actin) bundling. The C-terminal motif (residues
359-363) of the N protein was the crucial domain involved in this interaction. The
interaction between the MERS-CoV N protein and EF1A resulted in cytokinesis inhibition
due to the formation of inactive F-actin bundles, as observed in an in vitro actin
polymerization assay and in MERS-CoV-infected cells. Furthermore, the translation of a
CoV-like reporter mMRNA carrying the MERS-CoV 5'UTR was significantly potentiated by
the N protein, indicating that a similar process may contribute to EF1A-associated viral
protein translation. This study highlights the crucial role of EF1A in MERS-CoV infection
and provides new insights into the pathogenesis of coronavirus infections.
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INTRODUCTION

The coronaviruses are a large family of viruses that are common pathogens in animals. The single-
stranded nucleic acid genome carried by coronaviruses is among the largest known mature RNA
viral genomes. Like other RNA viruses, coronaviruses are prone to mutation, by which they can
adapt to new hosts, such as humans. The coronaviruses that infect humans are primarily respiratory
pathogens, although they are universally associated with diarrhea as well as the common cold (Lai
and Cavanagh, 1997). Over the last decade, three zoonotic coronaviruses, severe acute respiratory
syndrome (SARS) coronavirus (SARS-CoV), SARS coronavirus 2 (SARS-CoV-2), and Middle East
respiratory syndrome (MERS) coronavirus (MERS-CoV), have been identified to cause severe acute
lower respiratory tract diseases with high mortality in humans (Ksiazek et al., 2003; Xu et al., 2020).

Middle East respiratory syndrome coronavirus, which was first isolated from a patient who
died from a severe respiratory illness in September 2012 in Jeddah, Saudi Arabia, is an emerging
member of the genus Betacoronavirus and has been identified as the etiological agent that causes
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MERS (Zaki et al., 2012) with a mortality rate as high as 34.4%
(Peiris etal., 2004). MERS-CoV is an enveloped virus with a single
positive-sense RNA genome (size: ~30 kb) that encodes spike
(S) protein, small envelope (E) protein, membrane (M) protein,
and nucleocapsid (N) protein. The MERS-CoV N protein is
a ~40 kDa protein organized into two main domains, the
N-terminal domain (NTD) and the C-terminal domain (CTD)
separated by a disordered region (called the LKR). The N
protein binds to RNA to form a ribonucleoprotein complex that
participates in viral replication and assembly (Papageorgiou et al.,
2016; Lietal., 2019; Nguyen et al., 2019). Both the NTD and CTD
of the MERS-CoV N protein are responsible for RNA binding,
while CTD is responsible for dimerization of N monomers
(Papageorgiou et al., 2016). The N proteins of coronaviruses,
including transmissible gastroenteritis coronavirus (TGEV),
infectious bronchitis virus (IBV), and SARS-CoV, can induce cells
to become multinucleated or to undergo apoptosis (Surjit et al.,
2004; Li et al., 2007; Yang et al., 2010). Similarly, MERS-CoV has
also been reported to regulate protein translation (Zhou et al,
2015). However, the exact molecular mechanism is unclear.

The translation elongation factors (EFs) are a set of proteins
responsible for translation elongation during protein synthesis
(Fessenden et al., 1963). There are three EFs in eukaryotic
cells: EF-1, EF-2, and EF-3. Elongation factor 1A (also known
as EFla), which is equivalent to the prokaryotic elongation
factor EF-Tu, is one of the four subunits of EF-1 (Ejiri, 2002).
EF1A is not only a major translational factor in mammalian
cells but is also involved in substance transport to the nucleus,
apoptotic signal transduction, virion packaging (Cimarelli and
Luban, 1999), and cytoskeletal organization (Gross and Kinzy,
2005; Bunai et al., 2006).

In this study, we found that the N protein of MERS-CoV
can interact with EF1A, blocking its association with actin and
promoting protein synthesis. As a result, cytokinesis and cell
proliferation are inhibited and multiple nuclei formation occurs
in cells expressing the MERS-CoV N protein, similar to the case
in cells expressing the SARS-CoV N protein (Zhou et al., 2008).
These findings might explain the lymphopenia that occurs in
MERS patients (Arabi et al., 2015).

MATERIALS AND METHODS

Cell Culture, Vectors, and Viruses

HEK293T and HeLa cells were obtained from the American
Type Culture Collection (ATCC) and cultured in Dulbecco’s
modified Eagle’s medium (DMEM) (Gibco) containing 10% fetal
bovine serum (Gibco), 100 U/ml of penicillin, and 100 U/ml
of streptomycin. The cells were transfected with plasmid
DNA using Lipofectamine 2000 (Invitrogen) according to the
manufacturer’s protocol.

GFP-tagged SARS-CoV N (GFP-SARS N), GFP-tagged MERS-
CoV N (GFP-MERS N), Flag-tagged MERS-CoV N (Flag-
MERS N), and MERS N mutants were expressed by cloning
the genes into pEGFP-C1 (Clontech). EF1A-Flag (GenBank:
EF362804.1) and EF1A mutants were constructed by cloning the
gene fragments into a pcDNA3.1-based Flag-vector (Invitrogen).

All of the above constructs were validated by Sanger DNA
sequencing prior to use.

An adenovirus expressing the MERS-CoV N protein (Ad-
MERS N) was provided by BAC Biological Technology Co., Ltd.
To express MERS-CoV N in cells, cells were inoculated with
Ad-MERS N at a multiplicity of infection (MOI) of 10. The
EMC-2012 strain of MERS-CoV was kindly provided by Yusen
Zhou and Guangyu Zhao (Beijing Institute of Microbiology and
Epidemiology, China). Vero E6 cells were obtained from the
ATCC, cultured in DMEM containing 10% fetal bovine serum,
and inoculated with MERS-CoV (passage 2) at an MOI of 0.1.
The infectious virus work was performed in a BSL-3 laboratory at
the Beijing Institute of Microbiology and Epidemiology.

Antibodies and Reagents

A horseradish peroxidase (HRP)-labeled antibody against EF1A
was obtained from Bioss. An antibody against Flag (HRP), beads
coupled with Flag antibodies, and antibodies against human
actin and rabbit IgG (HRP) were obtained from Sigma-Aldrich.
Protein A/G beads, anti-rabbit IgG beads, and an antibody
against EF1A were purchased from Santa Cruz Biotechnology. An
antibody against GFP (HRP) was purchased from Proteintech.
Antibodies against MERS-CoV N were obtained from Sino
Biological Inc. Actin protein from rabbit skeletal muscle, a
Flag peptide, DAPI dye, latrunculin B, and jasplakinolide were
obtained from Sigma-Aldrich. Phalloidin labeled with TRITC
was purchased from Yeasen. A rabbit reticulocyte lysis system
and RNase inhibitor were obtained from Promega.

Immunoprecipitation and

Immunoblotting

Cells were collected by centrifugation at 2,000 rpm and lysed
using lysis buffer (50 mM Tris-HCl pH 7.4, 150 mM NaCl,
and 1% Nonidet P-40 with Rochs protease inhibitor). The
supernatant of the lysate was separated by centrifugation
at 16,000 x g at 4°C. Agarose beads labeled with Flag or
protein A/G beads combined with an EFIA antibody were
added into the supernatant and incubated for 6 h at 4°C. The
beads were then subjected to denaturing polyacrylamide gel
electrophoresis (SDS-PAGE) in electrophoresis buffer (25 mM
Tris base, 250 mM glycine, and 0.1% SDS) and washed four
times using lysis buffer without protease inhibitor. After
electrophoresis, the proteins contained in the polyacrylamide
gel were transferred onto a PVDF immunoblotting membrane
in transfer buffer (24 mM Tris base, 192 mM glycine, and
20% methanol) for 1.5 h at 18 volts. The PVDF membrane
was blocked with 5% skim milk for 1 h at room temperature
and then incubated with the indicated primary antibodies
overnight at 4°C before being incubated with the relevant
secondary antibodies for 40 min at room temperature. The
PVDF membrane was washed three times using TBST [20 mM
Tris-HCl (pH 7.4), 150 mM NaCl, 0.05% Tween-20] after
incubation. The antigen-antibody complexes were visualized
using an enhanced chemiluminescence detection system
(Amersham Biosciences/GE Healthcare, Buckinghamshire,
United Kingdom).
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Immunofluorescence

Cells were rinsed three times with PBS (137 mM NaCl,
2.7 mM KCl, 10 mM Nap,HPOy, 1.8 mM KH,PO,), fixed in 4%
formaldehyde in PBS at room temperature for 30 min, washed
three times with PBS, permeabilized with 0.2% Triton X-100 in
PBS at room temperature for 5 min, and washed twice with PBS.
Filamentous actin (F-actin) was dyed with rhodamine-labeled
phalloidin (to mark the cytoskeleton) at room temperature for
20 min, and the cells were then rinsed four times with PBS. The
nuclei were stained with DAPIL. Images were acquired using a
Zeiss LSM 800 Meta confocal microscope.

In situ Proximity Ligation Assay

A Duolink in situ proximity ligation assay (PLA) (Sigma-Aldrich)
was used to detect interactions between EF1A and the MERS-
CoV N protein in MERS-CoV-infected cells. In brief, Vero
E6 cells plated on glass coverslips were infected with MERS-
CoV at an MOI of 0.1. At 48 h post infection, the cells were
fixed with 4% formaldehyde for 30 min and then rinsed with
PBS. Next, the cells on glass coverslips were permeabilized with
0.3% Triton X-100 in PBS for 15 min. After the cells were
blocked with the blocking buffer, they were incubated with
antibodies against EF1A (Santa Cruz Biotechnology) and MERS-
CoV N (Sino Biological Inc.) according to the manufacturer’s
instructions for the PLA. F-actin and nuclei were stained
as described above. Red fluorescence was generated from a
DNA amplification-based reporter system involving reporters
combined with oligonucleotide-labeled secondary antibodies and
detected with a Zeiss LSM 800 Meta confocal microscope (Carl
Zeiss) at a magnification of 63 x.

Purification of the MERS-CoV N Protein

As described previously (Zhou et al., 2008), the prokaryotic
expression plasmid pET-22b(+)-MERS-CoV N was transformed
into the expression strain BL21(DE3). After induction with 1 mM
isopropyl-D-thiogalactopyranoside (IPTG) overnight at 30°C,
the bacteria were harvested by centrifugation and lysed in buffer
including 25 mM Na,HPOy, 25 mM NaH,PO4, 1 mM EDTA
(pH 8.0), and protease inhibitor by ultrasonication. The soluble
N protein in the ultrasonicated mixture was purified using strong
cation exchange chromatography with SP-Sepharose Fast Flow
resin followed by Superdex 200 gel filtration (GE Healthcare).
The E. coli transformed with the vector plasmid pET-22b(+) were
processed in the same way, and the final eluate was used as a
negative control for purified N protein.

Preparation of EF1A-Flag Protein

HEK293T cells expressing EF1A-Flag or Flag control constructs
were harvested by centrifugation and lysed with cell lysis buffer
as described above. The EF1A-Flag protein was precipitated with
Flag-labeled agarose beads overnight at 4°C and further eluted
with Flag peptide.

Flow Cytometry
HeLa cells were rinsed three times with PBS and fixed in 70%
ethanol overnight at —20°C, following centrifugation at 2,000 x g

for 5 min. Then, the cells were washed twice with PBS and
digested with 20 jug/ml RNase A for 20 min at room temperature.
Finally, samples were stained with 50 pg/ml of propidium
iodide at room temperature for 15 min, and the propidium
iodide intensity was analyzed by a flow cytometer (Millipore
ImageStreamX MarkII).

In vitro Translation Assay

A recombinant N protein or a control protein was incubated
with 17 ml of rabbit reticulocyte lysate (RRL; Promega). One
hour later, 200 ng of firefly luciferase-encoding mRNA and
amino acids were added to the mixture, which was incubated for
another 1.5 h at 30°C. Luciferase activity was measured with a
TD-20/20 luminometer.

Reporter mRNAs Translation Assay

Reporter RNAs carrying CoV 5'UTRs were designed according to
the MERS-CoV subgenomic (sg) mRNA sequence or the 5'UTR
of B-actin as a control and synthesized with an mMESSAGE
mMACHINE T7 Ultra Kit (Thermo). HEK293T cells were
transfected with in vitro RNA transcripts using TransIT mRNA
(Mirus). The levels of mCherry expression were detected 24 h
after RNA transfection using a multilabel plate reader. Luciferase
activity was measured with a TD-20/20 luminometer.

In vitro Actin Polymerization Assay

This assay was performed as previously reported (Bunai et al.,
2006), with some modifications. Rabbit skeletal muscle actin was
solubilized in buffer (20 mM HEPES, 2 mM MgCl,, 2 mM EGTA,
1 mM DTT, 1 mM ATP, 0.25 mM GDP, and 1 mM PMSF), and
residual actin polymers were removed by ultracentrifugation at
150,000 x g for 30 min at 4°C. Then, the collected rabbit G-actin
(0.5 M) was mixed with purified proteins, including the MERS-
CoV N protein, the EF1A-Flag protein, and control proteins
such as Flag peptide, in a total volume of 100 pl. The mixture
was incubated at 4°C overnight in the presence or absence of
1 uM latrunculin B as a negative control or 1 LM jasplakinolide
as a positive control. The actin polymers in the mixture were
enriched by centrifugation at 50,000 x g for 2 min at 4°C, and the
supernatants and precipitates were analyzed by immunoblotting
with an actin antibody.

Negative Staining and Electron

Microscopy

The actin polymer-containing mixture prepared above was
mounted on copper grids at room temperature and negatively
stained with 4% uranyl acetate. The copper grids were observed
under a Hitachi H-7650 transmission electron microscope at an
accelerating voltage of 80 kV.

Statistical Analysis

The results presented as the mean £ SD. Statistical analyses
were performed using Prism (version 6.0, GraphPad Software).
The difference between two groups was analyzed by the two-
tailed Student’s ¢-test, and was considered statistically significant
at*p < 0.05,**p < 0.01, and ***p < 0.001.
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RESULTS

The MERS-CoV N Protein Associates
With EF1A

Our previous study demonstrated that human EF1A associates
with the SARS-CoV N protein (Zhou et al, 2008), which
shares 51% identity with the MERS-CoV N protein predicted
by SWISS (Supplementary Figure 1). To investigate whether
the N protein of MERS-CoV interacts with EF1A, lysates from
HEK293T cells expressing GFP-SARS-CoV N protein, GFP-
MERS-CoV N protein, or GFP were incubated with an EF1A
antibody, and immunoprecipitation was performed with protein
A/G agarose beads. The immunoprecipitates were separated
by SDS-PAGE and analyzed by immunoblotting with anti-
EF1A and anti-GFP antibodies. Similar to the findings for
the SARS-CoV N protein, an association between GFP-MERS-
CoV N and endogenous EF1A was observed (Figure 1A).
Then, Flag-tagged EF1A was expressed in HEK293T cells,
and an interaction between overexpressed EF1A-Flag and
GFP-MERS N was also observed (Figure 1B). Further, HeLa
cells co-expressing GFP-MERS N (or GFP) and EF1A-Flag
were immunostained with anti-EF1A antibodies, and an
obvious cytoplasmic colocalization of MERS-CoV N protein
and EF1A was observed (Figure 1C). The interaction of
EF1A with the N protein in the cytoplasm (red puncta) of
MERS-CoV-infected cells was also demonstrated by in situ
PLA (Figure 1D).

The C-Terminus of the MERS-CoV N

Protein Interacts With Domain lll of EF1A
The interaction between the SARS-CoV N protein and EF1A
relies on the C-terminal self-association domain of the SARS-
CoV N protein (Zhou et al, 2008). Consistent with this
finding, immunoprecipitation followed by immunoblot assays
showed that amino acid residues 171-413 of the MERS-CoV
N protein, rather than amino acid residues 1-170, associated
with EF1A (Figure 2A and Supplementary Figure 2A). To
further determine the key region of the MERS-CoV N protein
involved in the EF1A interaction, a series of N protein truncation
mutants were constructed. The immunoprecipitation assays
showed that amino acids 1-370 and 1-390 of the N protein,
but not amino acids 1-350, or the other truncated mutants,
could be associated with EF1A (Figure 2B). Therefore, the
key motif of the MERS-CoV N protein responsible for EF1A
association was determined to be located at amino acids
350-370. Accordingly, a key component of the interacting
region was mapped to a tract of five residues (amino
acids 359-363) at the downstream end of the CTD of the
N protein in an oa-helix (Figure 2C and Supplementary
Figures 2B,C).

The domain of EF1A involved in the interaction was
similarly ~determined. Truncated EF1A mutants were
constructed based on the three structural domains of
EF1A: I, II, and I (Figure 3A) (Hasler et al, 2011).
An immunoprecipitation assay demonstrated that the
interaction between EF1A and the MERS-CoV N protein

primarily depended on the B-sheet motif in domain III of
EF1A (in the C-terminus) (Figure 3B and Supplementary
Figure 2D), which was also confirmed to be involved in
actin binding (Kurasawa et al., 1996). This finding indicates
that the MERS-CoV N protein might interfere with the
association between EF1A and actin by competitively occupying
the CTD of EF1A.

The MERS-CoV N Protein Blocks the
EF1A-Actin Interaction and Disturbs

Actin Bundling

More than 60% of total cellular EF1A is bound to F-actin
(Gross and Kinzy, 2005), which promotes F-actin bundling. To
assess whether the MERS-CoV N protein affects the interaction
between EF1A and actin, lysates from cells expressing GFP-
N protein or GFP were subjected to anti-EF1A antibody
and protein A/G bead immunoprecipitation and detected by
immunoblotting with anti-GFP antibody. The results showed
that both the MERS-CoV N protein and the SARS-CoV N
protein blocked the binding of endogenous EF1A to actin
(Figure 4A), but this effect could be partially rescued by EF1A
overexpression (Figure 4B).

To investigate whether the MERS-CoV N protein affects
EF1A-mediated actin polymerization, actin polymers were
analyzed using an in vitro actin polymerization assay followed
by negative staining and electron microscopy. As shown
in Figure 4C, slim and evenly distributed filaments of
normal thickness were observed when globular actin (G-
actin; monomeric) with EF1A or jasplakinolide, an actin
linker agent, was used as a positive control (Figure 4C).
In contrast, superbundled and disordered fibers with an
increased diameter (12 vs. 25 nm) formed when G-actin
was mixed with EFIA in the presence of the MERS-
CoV N protein (Figure 4C). No fibers were observed in
the negative control samples with G-actin alone or the
cell-permeable actin polymerization inhibitor latrunculin
B (Figure 4C).

Actin filament formation was further analyzed by in vitro
high-speed co-sedimentation (lower panel of Figure 4C).
High-speed centrifugation precipitated only bundled F-actin
(polymeric); G-actin monomers remained in the supernatant.
The results showed that the MERS-CoV N protein promoted
G-actin polymerization in vitro (3rd lower panel of Figure 4C).

Consistent with the observation described above, obviously
destroyed F-actin fibers assembly, dispersed distribution of
actin without regular architecture and orientation, and thereby
multiple nuclei were observed in HeLa cells expressing the
GFP-MERS-CoV N protein (the white arrows), but not in
the N protein-negative cells (the green arrows) in the same
field of view or in the cells expressing GFP (Figure 5A).
Similar abnormal F-actin fibers and multiple nuclei were also
observed in Vero E6 cells infected with MERS-CoV (Figure 5B).
Uninfected Vero E6 cells (without FITC signals) in the same
observation field demonstrated normal F-actin fiber structures
and numbers of nuclei (Figure 5B, arrowhead). Taken together,
these findings suggest that the MERS-CoV N protein may bind
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FIGURE 1 | The MERS-CoV N protein associates with EF1A. (A) HEK293T cells transfected with the indicated plasmids. After 48 h, the cell were lysed and
incubated with an EF1A antibody or normal rabbit IgG as a control and protein A/G agarose beads. The immunoprecipitates were detected by immunoblotting with
anti-GFP and anti-EF1A antibodies. (B) HEK293T cells were transfected with the indicated plasmids. After 48 h, the cell were lysed and incubated with anti-Flag
beads. Then, the immunoprecipitates were analyzed by immunoblotting with anti-GFP and anti-Flag antibodies. (C) HelLa cells were cotransfected with GFP-MERS
N (or GFP) and EF1A-Flag expression plasmids. After 48 h, cells were fixed and incubated with an anti-EF1A antibody to detect the colocalization of MERS N (green)
with EF1A (red) in Hela cells via confocal microscopy. Nuclei were stained with DAPI (blue). Scale bar, 10 wm. (D) Vero E6 cells were infected with MERS-CoV

(MOI = 0.1) and subjected to an in situ PLA. The red dots indicate the interaction signals, and nuclei are stained with DAPI (blue). Scale bar, 10 um.
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(A,B) The C-terminus of the MERS-CoV N protein contributes to the association with EF1A. HEK293T cells were transfected with EF1A-Flag and GFP-N, mutant
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to EF1A carried by G-actin, ultimately inducing the formation of
abnormal actin bundles.

The C-Terminal Region of the MERS-CoV
N Protein Inhibits Cytokinesis

Elongation factor 1A regulates cytoskeletal organization,
including the formation of contractile rings, which are
pivotal cellular structures formed during cytokinesis and

contain EF1A, p85, profilin, fimbrin, myosin, actin, and

other protein components (Gonda and Numata, 2002;
Bunai et al, 2006). Considering that the MERS-CoV
N protein can induce cellular F-filament disorder by

competitively binding with EF1A and interfering with
F-filament assembly, we hypothesized that contractile ring-
mediated cytokinesis might be affected by the MERS-CoV
N protein, which in turn likely induces the formation of
multinucleated cells.
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FIGURE 3 | The interaction between EF1A and the MERS-CoV N protein primarily depends on the third (C-terminal) domain of EF1A. (A) Schematic representation
of eEF1A protein domains. (B) Anti-Flag immunoprecipitates prepared from lysates of HEK293T cells expressing the GFP-MERS-CoV N protein and EF1A-Flag or
mutants were assayed by immunoblotting. The GFP-tagged N protein, Flag-tagged EF1A, and mutants were detected with the indicated antibodies.

To verify this hypothesis, plasmids expressing GFP-tagged
or mutant MERS-CoV N were transfected into HeLa cells. The
cells were stained, and the ratios of multinucleated cells were
determined by confocal microscopy. The ratio of multinucleated
cells among cells expressing the full-length MERS-CoV N or the
mutant N(171-413) was 13-fold higher than the ratio among
cells expressing GFP or N(1-170), an N truncation mutant
deficient in EF1A-binding activity (68 vs. 5%) (Figure 6A and
Supplementary Figure 3A). Furthermore, the multinucleated
cell ratio among cells expressing N(1-370) was fourfold higher
than that among cells expressing N(1-350), an N truncation
mutant that cannot interact with EF1A (65 vs. 15%) (Figure 6B
and Supplementary Figure 3B). Consistent with the finding that
amino acids 359-363 form the crucial motif involved in the
N protein-EF1A interaction, significantly fewer multinucleated
cells were observed among cells expressing N(A355-363) and
N(A359-363) (Figure 6C and Supplementary Figure 3C) than
among cells expressing the wild-type N protein. The ratio of
multinucleated cells among cells expressing N(A355-358), a
truncation mutant that can interact with EF1A (Figure 2C), was
equal to that among cells expressing the wild-type N protein
(Figure 6C). In addition, flow cytometry experiments further
confirmed that MERS N leads to the formation of multinuclear
cells (7.7 vs. 0.81%) by cytokinesis inhibition (Figures 6D,E).
These findings collectively demonstrate that the MERS-CoV N
protein can inhibit cytokinesis, thereby inducing multinucleation
by disturbing EF1A-associated F-actin bundling. The C-terminal
motif (residues 359-363) of the MERS-CoV N protein that is

indispensable for EF1A association is at least partially responsible
for MERS-CoV N-mediated cytokinesis inhibition.

The MERS-CoV N Protein Promotes

Protein Synthesis

Elongation factor 1A is necessary for the elongation of translation
and broadly contributes to the virus life cycle. To investigate
the effect of the MERS-CoV N protein on translation, an
in vitro translation assay was performed. The data showed that
the purified MERS-CoV N protein dose-dependently increased
luciferase expression up to 30-fold (Figure 7A). To determine the
effect of the MERS-CoV N protein on protein translation in cells,
a MERS-CoV-transcript-like mCherry-encoding reporter RNA
carrying a CoV 5'UTR that was designed according the MERS-
CoV sequence was constructed (Figure 7B). HEK293T cells were
first transfected with pEGFP-C1-N, pEGFP-C1-N(A359-363), or
PEGFP-CI vectors. After 24 h, the cells were transfected with
mCherry reporter RNA. The level of mCherry was quantitatively
analyzed by a fluorospectrophotometer. The results showed that
GFP-N significantly promoted mCherry translation, resulting
in translation levels up to ~7-fold higher than those mediated
by the GFP-only control (Figure 7B). Moreover, compared
to the N protein, N protein (NA359-363) showed a greatly
compromised induction on the expression of mCherry (~2-
fold compared to GFP) (Figure 7B). These results suggest that
EF1A-involved mRNA translation is regulated by the N protein
of MERS-CoV, although it could not exclude the possibility
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FIGURE 4 | The MERS-CoV N protein blocks the interaction between EF1A and actin and disturbs actin bundling. (A) Lysates prepared from HEK293T cells
transfected with plasmids expressing GFP-SARS-CoV N, GFP-MERS-CoV N, or GFP protein were incubated with an EF1A antibody and protein A/G agarose
beads. The immunoprecipitates were detected by immunoblotting with the indicated antibodies. (B) Lysates prepared from HEK293T cells cotransfected with
plasmids expressing GFP-tagged N proteins and Flag-tagged EF1A protein were incubated with anti-FLAG M2 magnetic beads. The immunoprecipitates were
detected by immunoblotting with the indicated antibodies. (C) An in vitro actin polymerization assay was performed. G-actin (0.5 wM) was incubated with the
indicated purified proteins at 4°C overnight. The products of the actin polymerization assay were mounted on copper grids and subjected to negative staining. The
samples were observed with a Hitachi H-7650 transmission electron microscope at an accelerating voltage of 80 kV. The scale bars represent 100 nm. The
polymerized actin (pellet, P) and monomeric actin (supernatant, S) in each product above were also separated by centrifugation and analyzed using immunoblotting.
Jasplakinolide (1 M) and latrunculin B (1 M) were used as positive and negative controls, respectively.

that the N protein promoted translation by regulating other
components of translation.

To determine whether the effect of the MERS-CoV N protein
on translation is specific to MERS-CoV, reporter RNAs encoding
luciferase and carrying the 5UTR of sg mRNA from MERS-CoV
or the 5UTR of B-actin mRNA were constructed (Figure 7C).
HEK293T cells were pretransfected with plasmids encoding GFP-
MERS-CoV N (GFP-N), GFP-MERS-CoV N(A359-363) [GFP-
N(A359-363)], or GFP (as a control). Twelve hours later, the
cells were transfected with the luciferase reporter RNAs, and
the translation activity was detected after 24 h. As shown in
Figure 7C, the amount of luciferase translated from the MERS-
CoV-transcript-like reporter RNA was eightfold higher in the
presence of MERS-CoV N than in the presence of GFP. The
truncated MERS-CoV N protein GFP-N(A359-363) had little,
if any, effect on luciferase translation. Notably, the MERS-
CoV N protein similarly regulated the translation of luciferase
from the RNA construct carrying the 5UTR of B-actin mRNA
(Figure 7C), indicating that the MERS-CoV N protein can
generally promote RNA translation activity in host cells and that
this effect is not limited to MERS-CoV-specific transcripts.

DISCUSSION

The N proteins of coronaviruses enhance the efficiency of
viral transcription, translation, and assembly (Baric et al., 1988;
Stohlman et al., 1988; McBride et al., 2014). The N protein of
MHYV binds not only to the positive-sense of genomic-length
RNA but also to all six sg mRNAs (Baric et al., 1988; Stohlman
et al., 1988), and has been found to stimulate translation of a
reporter mRNA carrying the MHV 5'UTR (Tahara et al., 1998).
Several reports have shown that proteins from coronaviruses play
roles at the translational initiation step (Nakagawa et al., 2016);
nevertheless, little is known about whether these viruses affect
elongation. Our data showed that the translation activity of EF1A
was promoted by the MERS-CoV N protein (Figure 7), and this
promotion may contribute to viral protein synthesis. This finding
is different from that of a previous study revealing an inhibitory
effect of the SARS-CoV N protein on EF1A translation activity
(Zhou et al., 2008) and updates the existing knowledge regarding
the role of the MERS-CoV N protein in MERS-CoV infected cells.

Elongation factor 1A plays a critical role in replication in
several viruses and is routinely exploited by viral proteins.
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FIGURE 5 | Actin bundling is disturbed in cells expressing the MERS-CoV N protein or infected with MERS-CoV. (A) Hela cells transfected with the indicated
plasmids were fixed and stained for immunofluorescence. Arrow: cells expressing GFP-MERS-CoV N or GFP only. Scale bar, 10 wm. (B) Vero EB cells were infected
with MERS-CoV and imaged by confocal microscopy. Green: MERS-CoV N stained with an anti-MERS-CoV N antibody and a FITC-labeled goat anti-mouse
antibody. Red: F-actin stained with TRITC-phalloidin. Blue: nuclei stained with DAPI. Star: infected cell. Arrow: uninfected cell. Scale bar, 10 wm.
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FIGURE 6 | Residues 359-363 of the MERS-CoV N protein is the crucial motif involved in the N-induced multinucleation. (A-C) HeLa cells transfected with plasmids
expressing the indicated proteins [GFP-N(FL) or deletion mutants] were fixed and stained for immunofluorescence. To calculate the ratio of multinucleated cells, at
least 100 cells were counted for each sample. The data are presented as the mean =+ SD of three independent experiments. **P < 0.01 vs. GFP by unpaired
two-tailed Student’s t-test. (D) Hela cells were transfected with Flag-vector or Flag-MERS N for 60 h. Then, the cytokinesis of Hela cells were monitored by flow
cytometry analysis after DNA staining with propidium iodide. (E) Quantitative flow cytometry data (cells percentage of >4N) are plotted in the graph. **P < 0.001 vs.
Flag by unpaired two-tailed Student’s t-test.
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FIGURE 7 | The MERS-CoV N protein promotes protein synthesis. (A) An

in vitro translation assay for luciferase-encoding mRNA was performed using
rabbit reticulocyte lysate system. Different concentrations of purified
MERS-CoV N protein, BSA, or negative control of purified N protein (equal
volumes) were added to the preincubation mixtures. Luciferase activity was
measured with a luminometer. (B) The 5'UTR sequence was synthesized
according to the sg mRNAs of MERS-CoV and inserted upstream of an
mCherry reporter gene driven by the T7 promoter. Capped and
polyadenylated RNA transcripts were synthesized using an mMESSAGE
MMACHINE T7 Ultra Kit. HEK293T cells were transfected with reporter RNA
12 h after being transfected with plasmids expressing GFP-MERS-CoV N,
GFP-MERS-CoV N(A359-363), or GFP. The level of mCherry expression was
detected 30 h later using a multilabel plate reader. The data are presented as
the mean + SD of three independent experiments. **P < 0.01 by unpaired
two-tailed Student’s t-test. (C) The 5'UTR sequence was synthesized
according to the sg mRNAs of MERS-CoV or the mRNA of g-actin and
inserted upstream of a luciferase reporter gene driven by the T7 promoter. The
cell transfection details and experimental statistics are the same as in

EF1A is part of the HIV reverse transcription complex and co-
immunoprecipitates with the p51 subunit of reverse transcriptase
(Warren et al, 2012). EF1A also facilitates viral replication
complex assembly and favors replication of West Nile virus
and dengue virus (Davis et al, 2007; Abbas et al, 2015).
Furthermore, EF1A interacts with the N protein of TGEV
and favors TGEV replication (Zhang et al., 2014). EFI1A has
been observed in highly purified virions from numerous RNA
and DNA viruses, including SARS-CoV, cytomegalovirus, HIV-
1, vesicular stomatitis virus, and vaccinia virus, among others
(Abbas et al., 2015), suggesting the critical role of EF1A in
the viral life cycle. Viral hijacking of EF1A may affect its
intrinsic functions.

In addition to playing a role in protein translation, EFIA,
a pleiotropic protein, is involved in actin bundling in cells
(Kurasawa et al., 1996; Abbas et al., 2015). During cytokinesis,
EF1A localizes to the division furrow instead of being diffusely
distributed in the cytoplasm, and it is involved in the formation
of F-actin bundles in the contractile ring (Kurasawa et al., 1996;
Numata et al., 2000). There is evidence that the proteins of
some viruses interact with EF1A to block F-actin bundling. For
example, the interaction of HBx of hepatitis B virus (HBV) with
EF1A results in blockade of actin bundling (Lin et al., 2012). In
addition, the E7 protein of cutaneous human papilloma virus type
38 (HPV38) has been shown to directly interact with EF1A and
induce actin stress fiber disruption (Yue et al., 2011). The findings
of our study confirm the interaction of EF1A with MERS-CoV
N and reveal that this interaction blocks the association between
EF1A and actin bundling; in turn, this effect causes cytokinesis
blockade in cells infected with MERS-CoV, resulting in abnormal
mitosis and multiple nuclei formation.

Direct and indirect interactions between viral nucleocapsids
and actin have been widely documented and are generally used
for intracellular transport of nucleocapsids, which is crucial for
viral infection or packaging (van Loo et al, 2001; Xu et al,
2007; Schudt et al., 2013, 2015). In this study, abnormal F-actin
fibers were observed in cells with N protein expression mediated
by plasmid transfection and MERS-CoV infection. Disordered
inactive F-actin fibers were also detected in an in vitro actin
polymerization assay in the presence of the MERS-CoV N
protein. This study provides the first evidence that the MERS-
CoV N protein induces disordered F-actin fiber formation.
However, further studies are needed to reveal whether abnormal
F-actin fibers are essential for steps in the viral life cycle such as
nucleocapsid transport and virion packaging.
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