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Abstract
O-linked glycosylation is a ubiquitous protein modification in organisms belonging to several

kingdoms. Both microbial and host protein glycans are used by many pathogens for host

invasion and immune evasion, yet little is known about the roles of O-glycans in viral patho-

genesis. Reportedly, there is no single function attributed to O-glycans for the significant

paramyxovirus family. The paramyxovirus family includes many important pathogens, such

as measles, mumps, parainfluenza, metapneumo- and the deadly Henipaviruses Nipah

(NiV) and Hendra (HeV) viruses. Paramyxoviral cell entry requires the coordinated actions

of two viral membrane glycoproteins: the attachment (HN/H/G) and fusion (F) glycoproteins.

O-glycan sites in HeV G were recently identified, facilitating use of the attachment protein of

this deadly paramyxovirus as a model to study O-glycan functions. We mutated the identi-

fied HeV G O-glycosylation sites and found mutants with altered cell-cell fusion, G confor-

mation, G/F association, viral entry in a pseudotyped viral system, and, quite unexpectedly,

pseudotyped viral F protein incorporation and processing phenotypes. These are all impor-

tant functions of viral glycoproteins. These phenotypes were broadly conserved for equiva-

lent NiV mutants. Thus our results identify multiple novel and pathologically important

functions of paramyxoviral O-glycans, paving the way to study O-glycan functions in other

paramyxoviruses and enveloped viruses.

Author Summary

Glycosylation is a protein modification process that occurs inside cells, in which specific
types of sugars (glycans) are added to certain amino acids in some proteins. Glycosylation
happens for many organisms, from microbes to mammals, including many pathogens.
Altered glycosylation is increasingly being associated with auto-immune diseases and can-
cer, highlighting the need to better understand glycosylation. There are two types of sugars
added during the glycosylation process: N-glycans and O-glycans. While the roles of N-
glycans have been extensively reported for many organisms, the roles of O-glycans remain
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largely unknown, particularly for viruses. The paramyxoviruses are a medically important
family of viruses that include the highly lethal Hendra (HeV) and Nipah (NiV) viruses.
Viral entry into host cells and spread from cell to cell relies on two viral proteins: G and F.
Here we mutated known O-glycan locations in the HeV and NiV G proteins. Loss of O-
glycans affected several viral processes crucial to viral entry and spread from cell to cell.
Our results are the first reported functions for paramyxoviral O-glycans, contributing to
the field of viral entry and spread, and helping pave the way for future functional studies
in other pathogens.

Introduction
Many microbial pathogens utilize protein glycosylation for host invasion and immune evasion
[1]. Although many N-glycan functions have been reported, relatively little is known about the
roles of O-glycans in microbial pathogenesis or biology, particularly for viruses. O-linked gly-
cosylation is a ubiquitous protein modification in organisms belonging to several kingdoms.
For example, O-glycans play roles in protein trafficking, signaling, cell-cell interactions, and
receptor binding for host proteins [2–4], and O-glycans are important for developmental pro-
cesses and immune system functions [3]. Additionally, altered O-glycosylation has been linked
to illnesses such as autoimmune diseases and cancer [5–7], as well as pathogen virulence [8–
10]. Yet currently the specific functions of O-glycans on viral glycoproteins are not well under-
stood, and to our knowledge there is no single function attributed to O-glycans for the impor-
tant paramyxovirus family.

Conversely, viral glycoprotein N-glycans are known to be critical for proper protein folding
and trafficking, receptor interactions, cell adhesion, and evasion of host immune responses
[reviewed in [1]]. In addition, loss of paramyxoviral N-glycans reduces or increases membrane
fusion capacity and processing of the F glycoproteins of measles virus (MeV), NiV, and Sendai
virus [11–13], and N glycans on NiV F and G modulate membrane fusion and viral infectivity,
and protect the virus from antibody neutralization [12,14–17]. Additionally, galectin-1, a lectin
that binds specific N-glycans and O-glycans, inhibits NiV cell-cell fusion when added post-
infection, but can enhance viral entry into endothelial cells by increasing viral attachment to
target cells [18–20].

While potential N-glycosylation sites are marked by a distinctive N-X-S/T motif (where N is
asparagine, X is any residue except proline, S is serine, and T is threonine), the determinants
that cause addition of O-glycans to S or T residues are incompletely understood. Moreover, O-
glycosylation of one S or T can affect O-glycosylation of other S or T residues [21]. O-glycans
can act as an antibody shield for the gammaherpesvirus bovine herpes virus (BoHV-4) [22],
affect binding of herpes simplex virus 1 (HSV1) gB to the paired immunoglobulin-like type 2
receptor alpha (PILRα) receptor and hence PILRα-dependent viral entry [23,24], and O-gly-
cans on HSV1 gC-1 are thought to affect receptor binding and cell-cell spread [25]. For HSV-2,
viral O-glycans have been recently shown to stimulate an antiviral immune response upstream
from interferons [26]. Additionally, an O-glycan-rich region of Ebola virus GP plays a role in
cell detachment [27], though this function has yet to be linked directly to the O-glycans them-
selves. O-glycans are present on the human immunodeficiency virus (HIV) and simian immu-
nodeficiency virus (SIV) envelope, Marburg spike protein, mouse hepatitis virus (MHV) E1
protein, and vaccinia hemagglutinin (HA) [28–32], but the functions of these O-glycans are
unknown. For the paramyxoviruses, it is known that O-glycans are not involved in respiratory
syncytial virus (RSV) G oligomerization [33] nor Newcastle disease virus (NDV) receptor
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binding [34]. To our knowledge, however, no study has reported any functions for paramyxo-
viral O-glycans.

The Paramyxoviridae family is comprised of negative-sense single-stranded enveloped
RNA viruses including measles (MeV), respiratory syncytial (RSV), Newcastle disease (NDV),
parainfluenza (PIV), metapneumo- (MPV), and the deadly Henipaviruses (HNV) NiV and
HeV among others [35]. HeV and NiV are biosafety level 4 (BSL4) pathogens with no
approved vaccine or treatment for humans. Individuals infected with NiV or HeV suffer from
respiratory distress and encephalitis, with 40–90% mortality rates [36]. A hallmark of HNV
viral infections is extensive formation of syncytia (cell-cell fusion). These viruses can be trans-
mitted from animal-to-animal, animal-to-human and human-to-human [37], highlighting a
need for understanding the mechanism of HNV spread between individuals and within
infected individuals.

Paramyxoviruses use two transmembrane glycoproteins to facilitate both viral-cell fusion
during viral entry, and the pathognomonic syncytia formation. The attachment (H, G, or HN)
protein binds the cell receptor, in turn activating the fusion protein (F) to insert its hydropho-
bic fusion peptide into the host cell membrane and execute viral-cell membrane fusion, result-
ing in viral entry into the host cell [38]. Via a similar mechanism, F and H/G/HN also cause
cell-cell fusion of infected-healthy cells. For HNV, the attachment protein G binds the cell
receptor ephrinB2 or ephrinB3 [39–41]. HNV G consists of an N-terminal cytoplasmic tail fol-
lowed by a transmembrane region, a stalk domain, and a C-terminal globular head (Fig 1A),
responsible for receptor binding [42].

The H/G/HN stalk plays an important role in paramyxovirus-induced membrane fusion,
executed by the F glycoprotein. Disrupting the H/G/HN stalk inhibits fusion [43–45], and
headless mutants are capable of causing fusion, underlining that the stalk itself is key in the
fusion triggering process [46–49]. Recently, multiple specific O-glycan structures in a stalk
domain of HeV G were identified [50], but the functions of these O-glycans are unknown.
Since the HeV G stalk plays an important role in viral-cell and cell-cell membrane fusion, and
O-glycan structural data is available for HeV, we used HeV G as a model to investigate the
functions of O-glycans in henipaviral and paramyxoviral biology.

We mutated each O-glycosylated Ser or Thr in the heavily O-glycosylated HeV G stalk
domain 103–137 to alanine (Ala), to prevent O-glycosylation at specific sites on the protein.
Loss of these O-glycans affected membrane fusion levels, resulting in both hyper- and hypo-
fusogenic phenotypes. Multiple mutants displayed altered HeV G/F association, viral entry
capabilities in a pseudotyped virus system, and F incorporation into pseudotyped virions, and
one mutant had an altered conformation and altered receptor-induced conformational changes
important for membrane fusion. Furthermore, equivalent mutants in NiV G displayed highly-
conserved roles, with most mutants replicating the HeV phenotypes, although some distinct
photypes were observed for NiV, suggesting overall high conservation of O-glycan functions
for this genus. This study is the first to uncover multiple functions of O-glycans in the para-
myxovirus family, identifies the highest number of functions of O-glycans for any single virus,
and points to differences between N- and O-glycan functions for the paramyxoviruses.

Results

O-glycans in the HNV G stalk domain modulate membrane fusion
The specific locations and structures of O-glycans in HeV G have been identified via mass
spectrometry [50], and except for one, all were found in the stalk. We mutated each O-glycosy-
lated S or T residue in the heavily O-glycosylated stalk domain 103–137 to an alanine (A) to
prevent O-glycosylation at each specific site (Fig 1A). Multiple adjacent O-glycosylation sites
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were mutated simultaneously to limit the number of target mutants, thus we initially con-
structed nine mutants. The S116A-T117A double mutant was then split into two single
mutants, S116A and T117A, respectively, for a total of eleven mutants.

We first tested the ability of the mutant HeV G proteins to induce cell-cell fusion. For con-
sistency, we used 293T cells to provide a similar cell background as that used for the HeV G O-
glycan structural studies by Colgrave et. al. [50]. 293T cells were transfected with wild-type
(wt) HeV F and either wt HeV G or an O-glycan mutant. After 18–24 hours post-transfection,
nuclei in syncytia (fused cells) were quantified microscopically, with a syncytium defined as
four or more nuclei within a single cell membrane, and compared to the wt G [49]. Interest-
ingly, five of the eleven mutants showed differences in cell-cell fusion, with reduced fusion lev-
els for T103A and T119A (2% and 0%, respectively) and increased fusion for T117A,
S116-T117A, and S129A (232–316%). These mutants are the first to show that viral O-glycans
can have an effect on modulating the extent of cell-cell fusion (Fig 1B). Interestingly the single
mutant S116A did not yield an altered fusion phenotype, suggesting that the hyper-fusogeni-
city of the S116A-T117A double mutant is largely due to the S117A substitution (Fig 1B).

We then used flow cytometry to ask if these fusion phenotypes were due to altered cell sur-
face expression (CSE) levels of the mutant HeV G proteins. 293T cells transfected with either
wt or mutant G plasmids were collected 18–24 hours post-transfection and stained with a 1°
antibody to the extracellular C-terminal hemagglutinin (HA) tag in the proteins, to avoid false

Fig 1. O-glycans on the HNVG stalk modulate fusion. A) Schematic of the HNV G protein. The dashed
lines denote the O-glycan rich region in which mutants were created, with the insert showing the amino acid
sequence of that region. Amino acids determined by mass spectrometry to be O-glycosylated in HeV are in
bold. CT = cytoplasmic tail, TM = transmembrane. B&D) Cell surface expression (CSE, white) fusion (black),
and ephrinB2 binding (grey) levels of generated HeV G (B) or NiV G (D) mutants. All values were normalized
to wt HeV or NiV G. Averages and standard deviations are shown. N = 5. Statistically significant differences,
as determined by a Student’s t-test, are marked with an * (p< 0.05). C, E) Western blot analysis of cell lysates
from HeVG (C) or NiV G (E) mutants.

doi:10.1371/journal.ppat.1005445.g001
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conformational influences on the mutant’s real CSE levels, followed by a fluorescent 2° anti-
body. CSE of mutant HeV G proteins were normalized to the values of wt HeV G. All mutants
were expressed at the cell surface at levels comparable to that of wt HeV G (87–115%, Fig 1B).
Normalized fusion levels were then divided by normalized CSE values to obtain a fusion index,
with hyperfusogenic mutants defined as having a fusion index�1.5, and hypofusogenic
mutants having a fusion index�0.5 (Table 1) [14]. All mutants also bound soluble B2-hFC as
detected by flow cytometry at levels similar to their respective CSE values (Fig 1B), which is
expected since the G head, not the stalk, is responsible for ephrinB2 binding [42,51]. These
results suggest that the mutants’ altered membrane fusion capabilities were not due to differ-
ences in CSE or receptor binding. In addition, Western blot analysis using an anti-HA antibody
confirmed that all mutants were expressed in cell lysates (Fig 1C).

The stalk domains of HeV and NiV are highly conserved, with 90% amino acid identity
between the two. After observing that loss of O-glycans in HeV G affected cell-cell fusion, we
created equivalent mutants in NiV G. Thus we generated the same eleven NiV G mutants, with
the exception of the HeV G double mutant S136A-S137A, which became a single mutant S137A
in NiV, as residue 136 in wt NiV is already an alanine. Remarkably, we observed very similar
overall fusion phenotypes for NiV, with the T103A and T119Amutants being hypo-fusogenic
(6% and 0% fusion, respectively) and T117A, S116A-T117A, and S129A being hyper-fusogenic
(212–350% fusion). CSE levels for these mutants were similar to HeV as well, with the exception
that T119A expressed at the cell surface at only ~36% in NiV compared to ~87% in HeV, and
S110A did not express at all for NiV (Fig 1D). Fusion indices for the NiV G mutants showed
similar patterns to HeV as well (Table 1). All NiV G mutants bound soluble B2-hFC at levels
similar to their CSE levels (Fig 1D). Western blot analysis of the NiV G mutants showed that,
again, all with the exception of S110A were expressing within cell lysates (Fig 1E), including
T119A, which was expressed poorly at the cell surface, suggesting that T119A’s reduced CSE
may be due to an alteration in trafficking to the cell surface. Altogether these results are the first
demonstration of a role for O-glycans in modulating paramyxovirus-induced membrane fusion,
and suggest this function is highly conserved among the henipaviruses.

Table 1. Fusion indices of HeV and NiV O-glycanmutants. Normalized fusion values were divided by nor-
malized CSE values for each mutant. As values for fusion and CSE for the WT proteins were by definition set
at 100%, the WT fusion index was set as 1. Hyperfusogenic mutants are defined as�1.5, and hypofusogenic
mutants are defined as�0.5. Hyper and hypo-fusogenic mutants are in bold. Averages are shown. Statistical
analysis was performed using a Student’s t-test. Statistically significant differences are marked with an
* (p<0.05).

Mutant CSE/Fusion (HeV) CSE/Fusion (NiV)

WTG 1 1

T103A 0.02* 0.06*

S110A 0.87 -

T114A-S115A 1.01 1.20

S116A 0.90 0.72

T117A 2.99* 2.14*

S116A-T117A 3.02* 2.79*

T119A 0 0

S129A 1.76* 2.43*

S132A 0.99 1.16

S134A-T135A 1.02 1.23

S136A-S137A 1.01 1.04

doi:10.1371/journal.ppat.1005445.t001
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G/F association is altered by O-glycan loss, but does not determine
membrane fusogenicity
Though the specifics of the HNV F and G spatiotemporal interactions are still largely
unknown, the available evidence suggests that HNV F and G interact on the cell or viral mem-
brane prior to receptor binding, after which F and G dissociate from each other, triggering F to
execute fusion (dissociation model) [38,52,53]. We tested the interactions of the HeV G and
NiV G O-glycan mutants with HeV or NiV F, respectively, through a co-immunoprecipitation
(co-IP) assay. 293T cells were co-transfected with wt HNV F and wt or mutant HNV G. After
16–20 hours cells were collected in lysis buffer and applied to a co-IP column (Miltenyi Biotec).
Cell lysates and co-IP eluates were separated by SDS-PAGE and blotted using rabbit anti-HA
(to detect G) and mouse anti-AU1 (to detect F) 1° antibodies, followed by fluorescent 2° anti-
bodies. HNV F is produced as an uncleaved precursor, F0, that is cleaved by cathepsin L upon
endocytosis into F1 and F2 subunits, linked by a disulfide bond [54,55]. The F0 (precursor) and
F1 (processed) bands are both AU1-tagged and thus visible in Western blots, resulting in two
bands for F and one for G (Fig 2). Co-IP values calculated via quantitative Western blot analy-
ses (Fig 2E) revealed that the hyper-fusogenic mutants all had decreased F0 association (0.64–
0.74 co-IP values), though this decrease in association was not observed for the F1 band, sug-
gesting that removing O-glycans from these residues may alter intracellular F/G interactions,
and to a lesser extent or not at all surface interactions (Fig 2). The nature of co-immunoprecipi-
tation assays to study membrane protein interactions, including the use of detergents and the
artificial association of membrane proteins via micelle formation, may account for the lack of
differences in G/F1 interactions for the mutants, as further discussed in our Discussion section.
Thus, even though the G/F1 interactions do not seem to be affected, it is possible that the
altered F0/G interactions suggest overall effects in the G/F interactions, which generally support
the dissociation model for HNV. These results were consistent for both the HeV G and NiV G
mutants. Most likely, however, our G/F1 interaction data is consistent with the hyper- or hypo-
fusogenic phenotypes of the O-glycan mutants not being a result of the effects of the O-glycan
mutants on F/G interactions.

Loss of specific O-glycans can affect HNV G conformations
It is possible that loss of O-glycans could affect glycoprotein conformations, so we next tested
if differing conformations correlated with the altered fusion phenotypes we observed. We have
previously generated conformational antibodies to NiV G, some of which also bind HeV G.
The first, Mab45, binds at the base of the head near the stalk, while the second, Mab26, binds
the top of the head near the receptor binding site of both NiV and HeV [49,56]. We tested the
binding of these antibodies to HNV G via flow cytometry and found that, while the majority of
the mutants had antibody binding profiles similar to those of the wt HNV G, the fusion dead
T119A mutant showed decreased Mab26 binding, suggesting that this mutant has an altered
conformation for both viruses (Fig 3A and 3B).

Mab45 and Mab26 can also measure receptor-induced conformational changes in HNV G
that are important to trigger F. We previously showed that upon receptor binding a conforma-
tional change occurs in NiV G region 9 (bound by Mab26), followed by a conformational
change in region 4 (bound by Mab45), leading to uncovering of a specific domain at the C-ter-
minus of the stalk, which triggers F. Moreover, mutants unable to fully undergo these confor-
mational changes were hypo-fusogenic, demonstrating that these conformational changes in G
are important for fusion [49]. These conformational changes can be measured by comparing
antibody binding in the absence vs. presence of soluble ephrinB2 receptor binding. With no
receptor present, Mab26 binding to G is relatively higher, but decreases as more ephrinB2 is
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added. Mab45 exhibits the opposite trend, with binding of Mab45 to G increasing upon the
addition of soluble ephrinB2 [49].

Thus we tested Mab26 and Mab45 binding to wt or mutant HNV G at 0nM and 100nM
ephrinB2. 100nM values were normalized to those at 0nM to represent the amount of increased
or decreased antibody binding in the presence of receptor. All HeV mutants showed a decrease
in Mab26 binding and an increase in Mab45 binding to some degree, suggesting the mutants

Fig 2. Associations with F are altered by O-glycan loss. A) Cell lysates of cells transfected with wt F and either wt or mutant HeV G. HeV G (top) is blotted
with rabbit anti-HA, and HeV F (bottom) is blotted with mouse anti-AU1. B) Pulldown of HeV G and co-IP of F for transfected cells. Antibody blotting was
performed as in A). C) Cell lysates of cells transfected with wt F and wt or mutant NiV G. D) Co-IP of NiV transfected cells. E) Co-IP values of HeV and NiV O-
glycan mutants, determined by densitometry. Image Lab software (Biorad) was used to measure the densitometry of Western blot bands. Co-IP values were
determined by dividing either the F0, F1, or total F densitometry values for the co-IP bands by the co-IP G densitometry values to account for any differences
in co-IP G pulldown. These values were then divided by F0, F1, or total F densitometry values for cell lysates to account for differences in F mutant
expression. Values were then normalized to those of wt HNV G. Averages are shown. N = 3. Statistically significant differences, as determined by a Student’s
t-test, are marked with an * (p<0.05).

doi:10.1371/journal.ppat.1005445.g002
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are all still able to make the conformational changes involved in fusion (Fig 3C). Interestingly
however, when the same assays were performed with the NiV G mutants, the T119A mutant
showed decreased Mab45 and Mab26 binding in 100nM ephrinB2 compared to wt G (Fig 3D),
suggesting that the hypo-fusogenicity of this mutant may in part be due to an inability to
undergo the full range of conformational changes required for fusion. These data, combined
with T119A’s decreased Mab26 binding in the absence of receptor, suggest that this mutant is
in a near post-receptor binding conformation, preventing it from undergoing the Mab45 bind-
ing enhancement indicative of a full-range conformational switch from pre to post receptor
binding conformations.

In addition, all mutants co-migrated with wt HNV G when analyzed by semi-denaturing
SDS PAGE, with all relative levels of tetramers, dimers, and monomers not significantly
affected by the loss of an O-glycan as determined by densitometry (S1 Fig), suggesting that

Fig 3. O-glycan loss can affect HNV G conformation. A & B) Normalized mAb binding to wt or mutant HeV G (A) or NiV G (B). All antibody binding levels
are normalized to the CSE of each mutant (as measured by HA levels). N = 3. C & D) Conformational changes of wt or mutant HeV G (C) or NiV G (D) as
measured by Mab45 (white) and Mab26 (black) upon the addition of 100nM ephrinB2. All values are normalized to antibody binding levels when no (0nM)
ephrinB2 was added. Averages and standard deviations are shown. N = 3. Statistically significant differences, as determined by a Student’s t-test, are
marked with an asterisk (p<0.05).

doi:10.1371/journal.ppat.1005445.g003
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O-glycan loss does not affect G oligomerization. This is important as proper oligomerization is
critical for glycoprotein function, and the G stalk is an important determinant of G oligomeri-
zation [16,45]. Overall, the majority of the O-glycan mutants’ fusion phenotypes were not due
to aberrant G conformations or abilities to undergo receptor-induced conformational changes,
with the exception of mutant T119A.

Loss of O-glycans on HNV G can affect HNV F virion incorporation and
viral entry in a pseudotyped viral system
As we found that loss of O-glycans modulated cell-cell fusion, we next tested if this affected
viral entry, using a validated BSL2 pseudotyped virus infection assay [14]. Vesicular stomatitis
virus (VSV) virions containing a Renilla luciferase gene in place of the VSV glycoprotein G
gene, and expressing HNV wt F with either wt or mutant HNV G on the outer membranes
were created as described previously [14]. These pseudotyped virions were tested for viral entry
using a Renilla luciferase reporter assay. Vero cells were infected with the pseudotyped virions
and incubated for 2 hours at 37°C. Growth media was then added, and at 18–24 hours post
infection the cells were collected, lysed, and luminescence was determined. Relative light units
(RLU), representing viral entry for each of the mutants, were compared to those of wt HNV G.
Western blot analysis of pseudotyped virion lysates were also performed to assess protein
incorporation levels.

Remarkably, Western blot analysis showed that, although G incorporation for each of the
HeV Gmutants was similar to wt G, F incorporation was reduced and F processing was
enhanced for all G mutants except T119A (Fig 4A). Densitometry confirmed this observation;
all mutants except for T119A incorporated HeV F at levels only 19–24% of that observed for
wt pseudotyped virions and increased processing of F, as determined by the ratio of F1/total F,
which was 86–99% for the mutants as compared to 54% for wt pseudotype virions (Fig 4B).
Viral entry assays showed that all G mutants displayed reduced entry levels as compared to wt
G, once again with the exception of T119A (Fig 4C), even though we would expect the three
hyper-fusogenic mutants to enter at levels higher than that of wt HeV G. Reduced pseudotyped
virion HeV F incorporation levels likely contribute to the decreased viral entry levels. To our
knowledge, this is the first report of a paramyxovirus HN, H, or G mutant affecting F incorpo-
ration into virions and thus viral entry, or affecting F processing. It is possible that loss of an
O-glycan therefore affects intracellular F/G interactions and/or glycoprotein trafficking, as well
as F processing, consistent with our co-IP results (Fig 2). It is noteworthy that the effect of G
O-glycan mutants on F processing was not observed in cell lysates (Fig 2). Additionally, flow
cytometry using a variety of anti-F antibodies revealed no significant difference in F cell surface
expression in the presence of HeV or NiV G (S2 Fig), a finding that also suggests that the
altered interactions observed by co-IP (Fig 2) were not due to differences in F cell surface
expression.

Interestingly, Western blot and viral entry assays of the NiV pseudotyped virions did not
reveal the same phenotypes. All pseudotyped virions had similar levels of NiV F as assessed by
Western blot analysis (Fig 5A) and by densitometry (Fig 5B), and with the exception of T119A,
which had less G incorporation, had viral entry values similar to that observed for wt G (Fig
5C). F processing, however, was still altered (Fig 5A and 5B). The hyper-fusogenic mutants
T117A, S116A-T117A, and S129A all had higher processing (F1) levels (69%, 55%, and 55%,
respectively), whereas the wt (39%) and hypo-fusogenic mutants T103A and T119A had lower
(27% and 29%) processing (F1) levels (Fig 5B). These data further corroborate that HNV G O-
glycan loss can affect HNV F in pseudotyped virions, and implies that the mechanisms may
differ between HeV and NiV, since F incorporation was affected more for HeV than for NiV.
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Since equivalent mutant NiV pseudotyped virions are able to enter cells at wt levels with proper
F incorporation, the data from NiV pseudotyped virions also further supports the explanation
that reduced F incorporation is responsible for the reduced pseudotyped viral entry levels
observed in the HeV mutants, at least to some degree. Other potential mechanisms, such as the
contribution of O-glycans to the stability of virions, are further explored in the Discussion.
Interestingly, the S129A mutant also had less G incorporation (Fig 5A), though it was still able
to enter cells at levels similar to wt G, suggesting that with full G incorporation this mutant
may have had entry levels greater than the wt G pseudotyped virions.

In summary, we have found that HNV O-glycans had roles in cell-cell fusion, G/F interac-
tions, G conformation, pseudotyped viral entry, and F incorporation and processing in pseudo-
typed virions. These important viral glycoprotein phenotypes were mostly conserved among
HeV and NiV, but some important differences were observed between NiV and HeV O-glycan
functions.

Fig 4. Loss of O-glycans in HeV G affect HeV F incorporation and processing in pseudotyped virions, affecting viral entry. A) Western blot of HeV/
VSV viral lysates. HeV G (top panel) and HeV F (bottom panel) were detected as described in Fig 2. B) F incorporation and F processing of the HeVmutant
pseudotyped virions determined by densitometry. F incorporation values were normalized to those of wt HeV. F processing was measured by the ratio of F1/
(F0+F1) for HeV pseudotyped virions. N = 3. Statistically significant differences, as determined by a Student’s t-test, are marked with an * (p<0.01). C) Viral
entry of HeV/VSV virions at log dilutions of viral input. Values for the mutant virions are compared to wt HeV values. Virions expressing only HeV G (no HeV
F) were used as a negative control. Averages and standard deviations are shown. N = 3.

doi:10.1371/journal.ppat.1005445.g004
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Discussion
Viral O-glycans remain understudied, and the present study is the first to show functions for
paramyxoviral O-glycans. In mammalian cells, O-glycans have functions in receptor binding,
cell-cell interactions, cellular trafficking, and immune system regulation [2–4]. Viruses use gly-
cosylation for protein trafficking, signaling, folding, immune evasion, and receptor interactions
[1], but the majority of these functions have been described for N-glycans. The lack of clear O-
glycosylation prediction motifs, and the fact that utilization of some O-glycan sites can affect
O-glycosylation of neighboring sites [21], makes analysis of specific O-glycan functions much
more complex. O-glycans are present on HIV, SIV, Marburg, MHV, and vaccinia virus glyco-
proteins [28–32] but their functions are still unknown. While some studies have shown that O-
glycans are involved in immune evasion, receptor binding, plaque formation, and possibly cell
detachment [22,25,27], this has not been described for paramyxoviruses, although prior work
has shown that O-glycans do not play roles in RSV-G oligomerization [33] nor NDV receptor

Fig 5. Loss of O-glycans in NiV G does not affect NiV F incorporation in pseudotyped virions, but affects NiV F processing and pseudotyped viral
entry. A) Western blot of NiV/VSV viral lysates. NiV G (top panel) and NiV F (bottom panel) were detected as described in Fig 2. B) F incorporation and F
processing of the NiV mutant pseudotyped virions determined by densitometry. F incorporation values were normalized to those of wt NiV. F processing was
measured by the ratio of F1/ (F0+F1) for NiV pseudotyped virions. N = 3. Statistically significant differences, as determined by a Student's t-test, are marked
with an * (p<0.01). C) Viral entry of NiV/VSV virions at log dilutions of viral input. Values for the mutant virions are compared to wt NiV values. Pseudotyped
virions expressing only NiV G (no NiV F) were used as a negative control. Averages and standard deviations are shown. N = 3.

doi:10.1371/journal.ppat.1005445.g005
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binding [34]. The present work is the first to show functions for paramyxoviral O-glycans, and
one of only a handful of studies demonstrating functions of O-glycans for any virus.

Interestingly, with one exception, all the O-glycans identified in HeV were found in the G
stalk domain [50]. Though it is still unclear which regions of HNV G are necessary for fusion,
there is strong evidence that the HNV G stalk plays a central role in F triggering. Headless
mutants can trigger fusion in PIV5, MeV, NDV, MuV, and NiV [46–49], and disruption of the
stalk using various methods perturbs fusion in NiV, MeV, PIV5, and NDV [43–45,57–60].
Here we demonstrated that loss of O-glycans from the stalk of a paramyxovirus attachment
protein affects fusion, and in all cases but one, this was not due to altered CSE or receptor bind-
ing levels (Fig 1B and 1D). Interestingly, previous studies showed that removal of certain N-gly-
cans in HNV F or the G head resulted in hyper-fusogenicity [12,14–16], while removal of one
N-glycan from the G stalk resulted in hypo-fusogenicity [15,16], without affecting receptor
binding. Our study demonstrates that O-glycans in the stalk are capable of both up- or down-
modulating fusion.

There are currently two different interaction models for the two paramyxovirus glycopro-
teins. In the association model proposed for PIV5 and NDV, for example, F and HN do not
interact at the cell surface until receptor binding occurs, after which HN/F association occurs
and F is triggered. In contrast, in the dissociation model proposed for MeV, NiV, and HeV, H/
F or G/F interact prior to receptor binding; after which the glycoproteins dissociate from each
other, triggering F and allowing fusion [38,52]. Reportedly, for HNV hyper-fusogenic and
hypo-fusogenic mutants have shown decreased or increased F association, respectively, while
receptor binding resulted in partial G/F dissociation [14,56,61], findings that support the disso-
ciation model. Our co-IP data further support this dissociation model for HNV. The hyper-
fusogenic mutants had decreased F interactions with F0, though this decrease did not extend to
the F1 subunit (Fig 2), suggesting that the altered interactions may only be with the immature F
protein. These results present the possibility that the O-glycans themselves are directly
involved in the association between G and F, though these altered interactions are unlikely to
account completely, if at all, for the observed fusion phenotypes since G/mature F (F1) interac-
tions were not significantly altered. Additionally, the lack of difference in G/F1 association
between mutants suggests that fusion phenotypes may be independent of F/G association lev-
els. It is also possible, however, that G/F1 interactions are altered but not detectable via co-IP.
Since co-IP relies on the use of detergents that may alter protein conformations and therefore
interactions, results obtained by co-IP are not entirely conclusive. In addition, co-IP can’t dis-
tinguish pre vs post-fusion forms of the F protein. Our results, therefore, present the possibility
that the observed fusion phenotypes are independent of F/G associations, but it is also possible
that differences in mature F/G surface interactions are too small or transient to be observed by
co-IP. New methodologies may be needed assess such interaction differences.

Mutation of a single O-glycan addition site in the majority of mutants did not alter protein
conformation nor the conformational change capabilities necessary for fusion triggering [49].
The exception was mutant T119A, for which both HeV and NiV G bound Mab26, which
detects a pre-receptor binding conformation, at reduced levels (Fig 3). This same mutant in
NiV also failed to show enhancement of Mab45 binding upon addition of ephrinB2, suggesting
that this mutant may already be in a post-receptor binding conformation at least partially, con-
tributing to the loss-of-fusion phenotype. These data also suggest that retention of G in a pre-
receptor binding conformation is important for its F-triggering capability. The HeV T119A
mutant still showed enhanced, albeit less than wt HeV G, Mab45 binding after ephrinB2 addi-
tion, suggesting that, while HeV T119A may have an altered conformation, implied by
decreased Mab26 binding, this conformational change may not be as functionally detrimental
as that of NiV T119A. Even though HeV and NiV G are highly homologous, this hints at
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conformational differences between the two G glycoproteins. This may also relate to the differ-
ing CSE levels of these two mutant proteins (87% for HeV and 36% for NiV T119A) (Fig 1B
and 1D). It is also noteworthy that loss of an O-glycan did not affect oligomerization for any of
these mutants, an interesting finding since O-glycans are in the stalk domain of HNV G, which
is crucial for G oligomerization [45].

Although cell-based assays, such as cell-cell fusion, CSE, ephrinB2 binding, F interactions,
and conformational change capabilities, yielded similar results for HeV and NiV, we observed
more marked differences in pseudotyped virion infections when the O-glycan mutant G pro-
teins were expressed. The NiV G mutant virions all displayed pseudotyped viral entry of Vero
cells similar to that observed for wt NiV G (Fig 5C), yet most HeV G mutant pseudotyped viri-
ons showed reduced viral entry (Fig 4C). Additionally, pseudotyped virions with mutant HeV
G had reduced HeV F incorporation and altered F processing, evidenced by little to no F0 pres-
ent in the viral lysates (Fig 4A and 4B). It is remarkable that loss of O-glycans from HeV G
affects F incorporation and processing, and therefore viral entry. Since F may be a driver of
viral budding [62], this finding has implications not only for fusion triggering but also for viral
assembly and budding, viral particle release, and therefore viral infectivity. O-glycans have
been shown to play roles in protein-protein interactions for non-viral proteins [4]. Therefore,
it is possible that loss of G O-glycans affects intracellular G/F interactions, thus affecting viral
incorporation of both glycoproteins into pseudotyped virions. This is particularly interesting
because HeV G and F have been shown to traffic to the cell surface at different rates [63]. Fur-
ther investigation is needed to determine exactly how mutations in HeV G have such a pro-
nounced effect on HeV F incorporation, particularly in pseudotyped virions, and why this
same phenomenon was not observed for NiV G.

Unlike their HeV counterparts, NiV mutant pseudotyped virions incorporated NiV F and
also entered cells at wt levels (Fig 5A and 5B), yet F processing was still altered. The hyper-fuso-
genic mutants, especially T117A and S116A-T117A, showed more efficient F processing (Fig
5A and 5B). Since F1 is the mature form of F, more efficient F processing may induce hyper-
fusogenicity for these mutants. Since F must be re-internalized for processing and cleavage,
loss of specific O-glycans could affect endocytosis of F [54,55]. The hyperfusogenic mutants,
for example, showed less interaction with F0 via co-IP (Fig 2), which may enable F endocytosis
for cleavage into F1 and F2 more easily than the wt G or the hypo-fusogenic mutants with
stronger F interactions, rationalizing the increase in F processing in the hyperfusogenic mutant
virions. Our results demonstrating that HNV Gmutants affect F processing are unprecedented
and unexpected, warranting further mechanistic studies.

Furthermore, premature F triggering on viral surfaces may have also occurred with the
HNV pseudotyped virions. Even though the NiV hyper-fusogenic pseudotyped virions entered
cells at wt levels (Fig 5C), we would expect increased entry for the hyper-fusogenic mutants
compared to wt G. Premature F triggering has been observed and offered as an explanation for
differences between cell-cell fusion and pseudotyped viral entry levels for a headless NiV G
mutant [49]. As virions are incubated at 37°C in cell supernatants prior to collection, F and G
have the opportunity to interact prematurely, triggering F before a target membrane is present.
The prematurely triggered F is then unable to trigger fusion once the virions attach to target
cells. Since our co-IP results show that hyper-fusogenic mutants already have a lowered associ-
ation with F, potentially releasing F more readily for fusion, this may explain why the hyper-
fusogenic mutant virions would be most affected by premature F triggering. Supporting this
notion, pseudotyped virions produced at 32°C instead of 37°C to hinder premature F triggering
regained F incorporation and viral entry levels similar to those of the wt pseudotyped virions
(S3 Fig), though we acknowledge that there are other potential cellular factors that may have
been altered at the lower temperature.
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It should be noted, however, that here we have used a pseudotyped viral system instead of
actual henipaviruses. While this pseudotype system has been used extensively in previous stud-
ies [14–16,49,64], there are limitations to this approach. Though the pseudotyped virions are
expressing the HNV glycoproteins on the viral membrane, they still contain the VSV genome
and other VSV proteins. The presence of the VSV matrix protein in place of the HNV matrix
protein, a protein known to affect viral processes such as budding [65], may alter virion charac-
teristics. It is also possible that interactions occur between the VSV matrix protein and HNV F/
G, since it has been suggested that the HNV matrix protein may interact with each of these gly-
coproteins [62,66]. The viral morphology of the pseudotyped virions is that of the bullet-
shaped VSV, instead of the pleomorphic shaped paramyxoviruses, a factor that may also affect
viral particle formation and entry. Thus it is possible that the phenotypes observed in the pseu-
dotyped NiV/VSV and HeV/VSV systems would not translate 100% to actual HNV virions.
Due to the BSL4 and reverse genetics requirements to assess these differences with actual HeV
or NiV, however, the pseudotyped viral system is an effective surrogate system that provides
valuable insight, and further BSL4/reverse genetics studies are warranted.

Both N and O-glycans have been shown to shield viruses against antibody neutralization.
O-glycans play a role in shielding the gammaherpesvirus BoHV-4 [22], while loss of specific
HeV and NiV N-glycans increased virus susceptibility to antibody neutralization [14–16].
Based on these findings, we hypothesized that loss of O-glycans from HNV G would enhance
antibody neutralization sensitivity. Antibody neutralization studies, however, showed no anti-
body neutralization shielding effects (S4 Fig), highlighting a difference in function between N
and O-glycans at least for HNV. It is possible that this functional difference is due to the differ-
ence in glycan size, as O-glycans are typically smaller than N-glycans [67]. It is also possible
that loss of all O-glycans simultaneously, as performed for BoHV-4 [22] would result in
increased antibody neutralization susceptibility, but that loss of a single (or two) O-glycan
alone is insufficient to have this effect. Alternatively, this part of the G stalk may not be critical
for HNV antibody neutralization.

Since it is known that O-glycosylation at one site can affect the glycosylation of neighboring
sites [21], mass spectrometry would be needed to determine if loss of an O-glycan at one site
affects addition of O-glycans at other sites for our set of O-glycan mutants. Although these
studies require high levels of purified recombinant viral glycoproteins, glycobiology expertise,
and time of analysis (likely a 1–2 year project), as evidenced by the scarcity of O-glycan studies
currently published for viral glycoproteins, this would be a worthwhile future study. The func-
tions of O-glycans observed in the present study, however, are accurate regardless of whether
or not neighboring O-glycan sites are affected by loss of O-glycans at our specific mutated
sites.

In summary, we have identified multiple novel functions of paramyxovirus O-glycans in
HNV, including strong modulation of cell-cell fusion, and effects on G/F interactions, G con-
formation, receptor-induced G conformational changes, and quite remarkably, F processing
and F incorporation into pseudotyped virions. These novel O-glycan functions shed light on
the paramyxovirus-induced membrane fusion mechanisms, reveal a new function for G in F
interactions, incorporation into virions, and processing, and contribute to our limited knowl-
edge of the functions of viral O-glycans. It remains to be determined if the high densities of O-
glycans and their multiple functions on the stalks of the attachment glycoproteins are con-
served among all paramyxovirus genera. Moreover, differences in host cell glycosylation
machinery may affect the extent of O-glycosylation or O-glycan structures, so that virions pro-
duced in different types of host cells may be differentially glycosylated. The current work paves
the way for future functional studies of O-glycans for other paramyxoviruses and other viral
families.
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Materials and Methods

Expression plasmids
Codon optimized HNV G and HNV F genes tagged with HA or AU1 tags, respectively, were
expressed in PCDNA3.1 or PCAGGS plasmids as previously described [18]. Alanine substitu-
tion mutants were created by site-directed mutagenesis of HNV G using a QuikChange kit
(Stratagene). Mutations were confirmed by sequencing the entire open reading frame.

Cell culture
293T (ATCC) and PK13 (ATCC) cells were cultured in Dulbecco’s modified Eagle’s medium
with 10% fetal bovine serum (FBS). Vero (ATCC) cells were cultured in minimal essential
medium alpha with 10% FBS.

Cell surface expression, ephrinB2 and antibody binding by flow
cytometry
Production of rabbit anti-NiV G monoclonal antibodies has been previously described [56].
Binding of rabbit monoclonal antibodies, mouse anti-HA, or soluble B2-hFc to HNV G wild
type (wt) or mutants was measured by flow cytometry. 293T cells were transfected with 2 μg wt
or mutant HNV G expression plasmids and collected 20–24 hours post-transfection. Collected
cells were incubated 1 hour at 4°C with 1° antibodies diluted 1:100 to 1:1000 and washed three
times in FACS buffer (1% FBS with PBS). Cells were next incubated with fluorescent anti-
human, anti-mouse, or anti-rabbit Alexa Fluor 647 or 488 antibodies (Life Technologies, NY)
diluted 1:200 for 30 min at 4°C, followed by an additional two washes. Cells were fixed in 0.5%
PFA and read on a flow cytometer (Guava easyCyte8 HT, EMDMillipore, MA). B2-hFc was
used at a 100 μM concentration. For conformational change assays PK13 cells were transfected
with wt or mutant HNV G expression plasmids. 0 or 100 μM soluble ephrinB2 was added and
cells were incubated for 15 min at 4°C. Mab45 or 26 was added at concentrations specified
above and cells were incubated 1 hour at 37°C. 2° antibody, fixation, and cytometer reading
were as listed above [49,56].

Cell-cell fusion quantification
293T cells grown in 6 well plates were transfected at 70–90% confluency with HNV F and
either HNV G or G mutant expression plasmids (1:1 ratio, 2 μg total DNA) using BioT or tur-
bofectamine transfection reagent. 18 hours post-transfection cells were fixed in 0.5% parafor-
maldehyde and syncytia counts were performed under the microscope (200x), with a
syncytium being defined as four or more nuclei within a single cell. Five fields per well were
counted [14,49].

Western blot analysis
Transfected cells or pseudotyped virions expressing HNV G wt or mutants with or without
HNV F were lysed in RIPA buffer (Millipore) supplemented with complete protease inhibitor
(cOmplete Mini, Roche). Lysates were heated at 65°C for 10 minutes and run on a 10% gel for
SDS-PAGE analysis. Immunoblots were performed using mouse anti-AU1 or rabbit anti-HA
at 1:250 to 1:2000 dilutions. Fluorescent 2° antibodies were diluted 1:1000–1:2000 and blots
were imaged on a Li-Cor Odyssey fluorimager.

Novel Functions of Henipavirus O-glycans

PLOS Pathogens | DOI:10.1371/journal.ppat.1005445 February 11, 2016 15 / 20



Co-immunoprecipitation
Cells transfected with HNV wt or mutant G expression plasmids were lysed in lysis buffer (Mil-
tenyi Biotec). Cell lysates were incubated with 40ul of anti-HA microbeads at 4°C for 30 min-
utes with rotation. Lysates were purified and eluted over μ columns (Miltenyi Biotec). PAGE
was used for cell lysates and column elutions using a 10% gel. F and G proteins were detected
by Western blot analysis, as detailed above.

Pseudotyped virus production and quantification
Pseudotyped virions containing HNV F with wt or mutant HNV G were manufactured as pre-
viously described [14,39]. Briefly, 15cm plates of 293T cells were transfected at 37°C with HNV
F and wt or mutant HNV G expression plasmids at a 1:1 ratio. After 8 hours the transfection
media was switched to growth media. After an additional 16 hours the cells were infected with
recombinant VSV-ΔG-rLuc. 2 hours later the infection media was removed and replaced with
growth media. 24 hours after infection virions were harvested from cell supernatants using
ultracentrifugation, resuspended in NTE with 5% sucrose, and stored at -80°C. Viral RNA was
extracted using a QIAamp viral RNA mini kit (Qiagen, CA) and the resulting viral RNA was
reverse transcribed using a SuperScriptIII First-Strand Synthesis System for RT-PCR (Invitro-
gen, NY). Quantitative PCR (qPCR) was performed using a Taqman probe for the VSV
genome to quantify viral copy number. For virions produced at 32°C, all transfections and viral
infections were carried out at 37°C, and plates were switched to 32°C upon addition of new
growth media.

Pseudotype viral infection assays
Vero cells were infected with tenfold dilutions of pseudotyped virus particles in infection buffer
(PBS + 1% FBS) and incubated for 2 hours at 37°C. After 2 hours growth media was added. 18–
24 hours after infection cells were lysed and an Infinite M100 microplate reader (Tecan Ltd)
was used to measure luciferase activity.

Antibody neutralization assays
Pseudotyped virions were incubated for 20 min in infection buffer (PBS + 1% FBS) in the pres-
ence of varying dilutions (10-2 to 10-7) of anti HNV G polyclonal antibody. The virus/antibody
mixture was added to Vero cells and incubated for 2 hours, after which growth media was
added and the cells were incubated an additional 18–24 hours. Viral infection was then mea-
sured as described above.

Supporting Information
S1 Fig. Loss of O-glycans does not affect oligomerization. Semi-denaturing SDS-PAGE
Western blots of A) HeV and B) NiV cell lysates. Tetramers, dimers, and monomers are noted.
C&D) Percentages of tetramers, dimers, or monomers of HeV G (C) or NiV G (D) mutants, as
measured by densitometry. N = 3. No statistical differences were detected from wt G (p>0.05).
(TIF)

S2 Fig. Cell surface expression of HNV F is not affected by HNV G expression. Cell surface
expression values of A) HeV F and B) NiV F in the presence of G, as measured by flow cytome-
try. 834 and 835 are polyclonal antibodies that bind both HeV and NiV F. 2–36 is an anti-HeV
F specific monoclonal antibody. HNV G values were measured using an HA tag. All values are
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normalized to wt HeV or NiV F or G. Averages and standard deviations are shown. N = 5.
(TIF)

S3 Fig. Mutant pseudotyped virions produced at 32°C infected cells at levels similar to wt
HNV G. Infection levels of HeV/VSV (top) and NiV/VSV (bottom) virions produced at 32°C
at log dilutions of viral input. Virions expressing only HNV G (no HNV F) were used as a neg-
ative control. Averages and standard deviations are shown. N = 3.
(TIF)

S4 Fig. O-glycans do not affect antibody neutralization levels.Neutralization of A) pseudo-
typed HeV/VSV or B) pseudotyped NiV/VSV virions at log dilutions of antibody. A panel of
four different polyclonal antibodies was used. Neutralization curves of one representative poly-
clonal antibody per virus are shown, with averages and standard deviations. N = 3.
(TIF)

Author Contributions
Conceived and designed the experiments: JAS AVN LGB HCA. Performed the experiments:
JAS. Analyzed the data: JAS HCA. Contributed reagents/materials/analysis tools: HCA. Wrote
the paper: JAS AVN LGB HCA.

References
1. Vigerust DJ, Shepherd VL (2007) Virus glycosylation: role in virulence and immune interactions. Trends

Microbiol 15: 211–218. PMID: 17398101

2. Gerken TA (2004) Kinetic modeling confirms the biosynthesis of mucin core 1 (beta-Gal(1–3) alpha-
GalNAc-O-Ser/Thr) O-glycan structures are modulated by neighboring glycosylation effects. Biochem-
istry 43: 4137–4142. PMID: 15065856

3. Tian E, Ten Hagen KG (2009) Recent insights into the biological roles of mucin-type O-glycosylation.
Glycoconj J 26: 325–334. doi: 10.1007/s10719-008-9162-4 PMID: 18695988

4. Van den Steen P, Rudd PM, Dwek RA, Opdenakker G (1998) Concepts and principles of O-linked gly-
cosylation. Crit Rev BiochemMol Biol 33: 151–208. PMID: 9673446

5. Ono M, Hakomori S (2004) Glycosylation defining cancer cell motility and invasiveness. Glycoconj J
20: 71–78. PMID: 14993838

6. Kim YJ, Varki A (1997) Perspectives on the significance of altered glycosylation of glycoproteins in can-
cer. Glycoconj J 14: 569–576. PMID: 9298689

7. Ju T, Cummings RD (2005) Protein glycosylation: chaperone mutation in Tn syndrome. Nature 437:
1252. PMID: 16251947

8. Iwashkiw JA, Seper A, Weber BS, Scott NE, Vinogradov E, et al. (2012) Identification of a general O-
linked protein glycosylation system in Acinetobacter baumannii and its role in virulence and biofilm for-
mation. PLoS Pathog 8: e1002758. doi: 10.1371/journal.ppat.1002758 PMID: 22685409

9. Iwashkiw JA, Vozza NF, Kinsella RL, FeldmanMF (2013) Pour some sugar on it: the expanding world
of bacterial protein O-linked glycosylation. Mol Microbiol 89: 14–28. doi: 10.1111/mmi.12265 PMID:
23679002

10. Abu-Qarn M, Eichler J, Sharon N (2008) Not just for Eukarya anymore: protein glycosylation in bacteria
and archaea. Curr Opin Struct Biol 18: 544–550.

11. Hu A, Cathomen T, Cattaneo R, Norrby E (1995) Influence of N-linked oligosaccharide chains on the
processing, cell surface expression and function of the measles virus fusion protein. J Gen Virol 76 (Pt
3): 705–710. PMID: 7897359

12. Moll M, Kaufmann A, Maisner A (2004) Influence of N-glycans on processing and biological activity of
the Nipah virus fusion protein. J Virol 78: 7274–7278. PMID: 15194804

13. Segawa H, Yamashita T, Kawakita M, Taira H (2000) Functional analysis of the individual oligosaccha-
ride chains of sendai virus fusion protein. J Biochem 128: 65–72. PMID: 10876159

14. Aguilar HC, Matreyek KA, Filone CM, Hashimi ST, Levroney EL, et al. (2006) N-glycans on Nipah virus
fusion protein protect against neutralization but reduce membrane fusion and viral entry. Journal of
virology 80: 4878–4889. PMID: 16641279

Novel Functions of Henipavirus O-glycans

PLOS Pathogens | DOI:10.1371/journal.ppat.1005445 February 11, 2016 17 / 20

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.ppat.1005445.s003
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.ppat.1005445.s004
http://www.ncbi.nlm.nih.gov/pubmed/17398101
http://www.ncbi.nlm.nih.gov/pubmed/15065856
http://dx.doi.org/10.1007/s10719-008-9162-4
http://www.ncbi.nlm.nih.gov/pubmed/18695988
http://www.ncbi.nlm.nih.gov/pubmed/9673446
http://www.ncbi.nlm.nih.gov/pubmed/14993838
http://www.ncbi.nlm.nih.gov/pubmed/9298689
http://www.ncbi.nlm.nih.gov/pubmed/16251947
http://dx.doi.org/10.1371/journal.ppat.1002758
http://www.ncbi.nlm.nih.gov/pubmed/22685409
http://dx.doi.org/10.1111/mmi.12265
http://www.ncbi.nlm.nih.gov/pubmed/23679002
http://www.ncbi.nlm.nih.gov/pubmed/7897359
http://www.ncbi.nlm.nih.gov/pubmed/15194804
http://www.ncbi.nlm.nih.gov/pubmed/10876159
http://www.ncbi.nlm.nih.gov/pubmed/16641279


15. Biering SB, Huang A, Vu AT, Robinson LR, Bradel-Tretheway B, et al. (2012) N-Glycans on the Nipah
virus attachment glycoprotein modulate fusion and viral entry as they protect against antibody neutrali-
zation. J Virol 86: 11991–12002. doi: 10.1128/JVI.01304-12 PMID: 22915812

16. Bradel-Tretheway BG, Liu Q, Stone JA, McInally S, Aguilar HC (2015) Novel Functions of Hendra Virus
G N-Glycans and Comparisons to Nipah Virus. J Virol.

17. Carter JR, Pager CT, Fowler SD, Dutch RE (2005) Role of N-linked glycosylation of the Hendra virus
fusion protein. J Virol 79: 7922–7925. PMID: 15919949

18. Levroney EL, Aguilar HC, Fulcher JA, Kohatsu L, Pace KE, et al. (2005) Novel innate immune functions
for galectin-1: galectin-1 inhibits cell fusion by Nipah virus envelope glycoproteins and augments den-
dritic cell secretion of proinflammatory cytokines. J Immunol 175: 413–420. PMID: 15972675

19. Garner OB, Yun T, Pernet O, Aguilar HC, Park A, et al. (2015) Timing of galectin-1 exposure differen-
tially modulates Nipah virus entry and syncytium formation in endothelial cells. J Virol 89: 2520–2529.
doi: 10.1128/JVI.02435-14 PMID: 25505064

20. Garner OB, Aguilar HC, Fulcher JA, Levroney EL, Harrison R, et al. (2010) Endothelial galectin-1 binds
to specific glycans on nipah virus fusion protein and inhibits maturation, mobility, and function to block
syncytia formation. PLoS Pathog 6: e1000993. doi: 10.1371/journal.ppat.1000993 PMID: 20657665

21. Gill DJ, Clausen H, Bard F (2011) Location, location, location: new insights into O-GalNAc protein gly-
cosylation. Trends Cell Biol 21: 149–158. doi: 10.1016/j.tcb.2010.11.004 PMID: 21145746

22. Machiels B, Lete C, Guillaume A, Mast J, Stevenson PG, et al. (2011) Antibody evasion by a gamma-
herpesvirus O-glycan shield. PLoS Pathog 7: e1002387. doi: 10.1371/journal.ppat.1002387 PMID:
22114560

23. Wang J, Fan Q, Satoh T, Arii J, Lanier LL, et al. (2009) Binding of herpes simplex virus glycoprotein B
(gB) to paired immunoglobulin-like type 2 receptor alpha depends on specific sialylated O-linked gly-
cans on gB. J Virol 83: 13042–13045. doi: 10.1128/JVI.00792-09 PMID: 19812165

24. Arii J, Wang J, Morimoto T, Suenaga T, Akashi H, et al. (2010) A single-amino-acid substitution in her-
pes simplex virus 1 envelope glycoprotein B at a site required for binding to the paired immunoglobulin-
like type 2 receptor alpha (PILRalpha) abrogates PILRalpha-dependent viral entry and reduces patho-
genesis. J Virol 84: 10773–10783. doi: 10.1128/JVI.01166-10 PMID: 20686018

25. Mardberg K, Nystrom K, Tarp MA, Trybala E, Clausen H, et al. (2004) Basic amino acids as modulators
of an O-linked glycosylation signal of the herpes simplex virus type 1 glycoprotein gC: functional roles
in viral infectivity. Glycobiology 14: 571–581. PMID: 15044392

26. Iversen MB Reinert L, ThomsenMK, Bagdonaite I, Nandakumar R, Cheshenko N, Prabakaran T, Vakh-
rushev SY, Krzyzowska M, Kratholm SK, Ruiz-Perez F, Petersen HH, Frische S, Holm CK, Paludan SR
(2015) An innate antiviral pathway acting before interferons at epithelial surfaces. Nat Immunology.

27. Simmons G, Wool-Lewis RJ, Baribaud F, Netter RC, Bates P (2002) Ebola virus glycoproteins induce
global surface protein down-modulation and loss of cell adherence. J Virol 76: 2518–2528. PMID:
11836430

28. Bernstein BM, Gill JC (1993) Natural history and therapy of hepatitis B and C in patients with HIV dis-
ease. AIDS Clin Rev: 129–143. PMID: 8217896

29. Overbaugh J, Rudensey LM (1992) Alterations in potential sites for glycosylation predominate during
evolution of the simian immunodeficiency virus envelope gene in macaques. J Virol 66: 5937–5948.
PMID: 1527847

30. Feldmann H, Will C, Schikore M, SlenczkaW, Klenk HD (1991) Glycosylation and oligomerization of
the spike protein of Marburg virus. Virology 182: 353–356. PMID: 2024471

31. Niemann H, Geyer R, Klenk HD, Linder D, Stirm S, et al. (1984) The carbohydrates of mouse hepatitis
virus (MHV) A59: structures of the O-glycosidically linked oligosaccharides of glycoprotein E1. EMBO J
3: 665–670. PMID: 6325180

32. Shida H, Dales S (1981) Biogenesis of vaccinia: carbohydrate of the hemagglutinin molecules. Virology
111: 56–72. PMID: 7233832

33. Collins PL, Mottet G (1992) Oligomerization and post-translational processing of glycoprotein G of
human respiratory syncytial virus: altered O-glycosylation in the presence of brefeldin A. J Gen Virol
73 (Pt 4): 849–863. PMID: 1634876

34. Ferreira L, Villar E, Munoz-Barroso I (2004) Gangliosides and N-glycoproteins function as Newcastle
disease virus receptors. Int J Biochem Cell Biol 36: 2344–2356. PMID: 15313478

35. Lamb RA, Paterson RG, Jardetzky TS (2006) Paramyxovirus membrane fusion: lessons from the F
and HN atomic structures. Virology 344: 30–37. PMID: 16364733

36. Luby SP, Hossain MJ, Gurley ES, Ahmed BN, Banu S, et al. (2009) Recurrent zoonotic transmission of
Nipah virus into humans, Bangladesh, 2001–2007. Emerg Infect Dis 15: 1229–1235. doi: 10.3201/
eid1508.081237 PMID: 19751584

Novel Functions of Henipavirus O-glycans

PLOS Pathogens | DOI:10.1371/journal.ppat.1005445 February 11, 2016 18 / 20

http://dx.doi.org/10.1128/JVI.01304-12
http://www.ncbi.nlm.nih.gov/pubmed/22915812
http://www.ncbi.nlm.nih.gov/pubmed/15919949
http://www.ncbi.nlm.nih.gov/pubmed/15972675
http://dx.doi.org/10.1128/JVI.02435-14
http://www.ncbi.nlm.nih.gov/pubmed/25505064
http://dx.doi.org/10.1371/journal.ppat.1000993
http://www.ncbi.nlm.nih.gov/pubmed/20657665
http://dx.doi.org/10.1016/j.tcb.2010.11.004
http://www.ncbi.nlm.nih.gov/pubmed/21145746
http://dx.doi.org/10.1371/journal.ppat.1002387
http://www.ncbi.nlm.nih.gov/pubmed/22114560
http://dx.doi.org/10.1128/JVI.00792-09
http://www.ncbi.nlm.nih.gov/pubmed/19812165
http://dx.doi.org/10.1128/JVI.01166-10
http://www.ncbi.nlm.nih.gov/pubmed/20686018
http://www.ncbi.nlm.nih.gov/pubmed/15044392
http://www.ncbi.nlm.nih.gov/pubmed/11836430
http://www.ncbi.nlm.nih.gov/pubmed/8217896
http://www.ncbi.nlm.nih.gov/pubmed/1527847
http://www.ncbi.nlm.nih.gov/pubmed/2024471
http://www.ncbi.nlm.nih.gov/pubmed/6325180
http://www.ncbi.nlm.nih.gov/pubmed/7233832
http://www.ncbi.nlm.nih.gov/pubmed/1634876
http://www.ncbi.nlm.nih.gov/pubmed/15313478
http://www.ncbi.nlm.nih.gov/pubmed/16364733
http://dx.doi.org/10.3201/eid1508.081237
http://dx.doi.org/10.3201/eid1508.081237
http://www.ncbi.nlm.nih.gov/pubmed/19751584


37. Chua KB, Bellini WJ, Rota PA, Harcourt BH, Tamin A, et al. (2000) Nipah virus: a recently emergent
deadly paramyxovirus. Science 288: 1432–1435. PMID: 10827955

38. Chang A, Dutch RE (2012) Paramyxovirus fusion and entry: multiple paths to a common end. Viruses
4: 613–636. doi: 10.3390/v4040613 PMID: 22590688

39. Negrete OA, Levroney EL, Aguilar HC, Bertolotti-Ciarlet A, Nazarian R, et al. (2005) EphrinB2 is the
entry receptor for Nipah virus, an emergent deadly paramyxovirus. Nature 436: 401–405. PMID:
16007075

40. Bonaparte MI, Dimitrov AS, Bossart KN, Crameri G, Mungall BA, et al. (2005) Ephrin-B2 ligand is a
functional receptor for Hendra virus and Nipah virus. Proc Natl Acad Sci U S A 102: 10652–10657.
PMID: 15998730

41. Negrete OA, Wolf MC, Aguilar HC, Enterlein S, WangW, et al. (2006) Two key residues in ephrinB3 are
critical for its use as an alternative receptor for Nipah virus. PLoS Pathog 2: e7. PMID: 16477309

42. Bowden TA, Aricescu AR, Gilbert RJ, Grimes JM, Jones EY, et al. (2008) Structural basis of Nipah and
Hendra virus attachment to their cell-surface receptor ephrin-B2. Nat Struct Mol Biol 15: 567–572. doi:
10.1038/nsmb.1435 PMID: 18488039

43. Zhu Q, Biering SB, Mirza AM, Grasseschi BA, Mahon PJ, et al. (2013) Individual N-glycans added at
intervals along the stalk of the Nipah virus G protein prevent fusion but do not block the interaction with
the homologous F protein. J Virol 87: 3119–3129. doi: 10.1128/JVI.03084-12 PMID: 23283956

44. Melanson VR, Iorio RM (2006) Addition of N-glycans in the stalk of the Newcastle disease virus HN pro-
tein blocks its interaction with the F protein and prevents fusion. J Virol 80: 623–633. PMID: 16378965

45. Maar D, Harmon B, Chu D, Schulz B, Aguilar HC, et al. (2012) Cysteines in the stalk of the nipah virus
G glycoprotein are located in a distinct subdomain critical for fusion activation. J Virol 86: 6632–6642.
doi: 10.1128/JVI.00076-12 PMID: 22496210

46. Bose S, Song AS, Jardetzky TS, Lamb RA (2014) Fusion activation through attachment protein stalk
domains indicates a conserved core mechanism of paramyxovirus entry into cells. J Virol 88: 3925–
3941. doi: 10.1128/JVI.03741-13 PMID: 24453369

47. Bose S, Zokarkar A, Welch BD, Leser GP, Jardetzky TS, et al. (2012) Fusion activation by a headless
parainfluenza virus 5 hemagglutinin-neuraminidase stalk suggests a modular mechanism for triggering.
Proc Natl Acad Sci U S A 109: E2625–2634. PMID: 22949640

48. Brindley MA, Suter R, Schestak I, Kiss G, Wright ER, et al. (2013) A stabilized headless measles virus
attachment protein stalk efficiently triggers membrane fusion. J Virol 87: 11693–11703. doi: 10.1128/
JVI.01945-13 PMID: 23966411

49. Liu Q, Stone JA, Bradel-Tretheway B, Dabundo J, Benavides Montano JA, et al. (2013) Unraveling a
three-step spatiotemporal mechanism of triggering of receptor-induced Nipah virus fusion and cell
entry. PLoS Pathog 9: e1003770. doi: 10.1371/journal.ppat.1003770 PMID: 24278018

50. Colgrave ML, Snelling HJ, Shiell BJ, Feng YR, Chan YP, et al. (2012) Site occupancy and glycan com-
positional analysis of two soluble recombinant forms of the attachment glycoprotein of Hendra virus.
Glycobiology 22: 572–584. doi: 10.1093/glycob/cwr180 PMID: 22171062

51. Negrete OA, Chu D, Aguilar HC, Lee B (2007) Single amino acid changes in the Nipah and Hendra
virus attachment glycoproteins distinguish ephrinB2 from ephrinB3 usage. J Virol 81: 10804–10814.
PMID: 17652392

52. Iorio RM, Melanson VR, Mahon PJ (2009) Glycoprotein interactions in paramyxovirus fusion. Future
Virol 4: 335–351. PMID: 20161127

53. Aguilar HC, Aspericueta V, Robinson LR, Aanensen KE, Lee B (2010) A quantitative and kinetic fusion
protein-triggering assay can discern distinct steps in the nipah virus membrane fusion cascade. J Virol
84: 8033–8041. doi: 10.1128/JVI.00469-10 PMID: 20519383

54. Pager CT, Craft WW Jr., Patch J, Dutch RE (2006) A mature and fusogenic form of the Nipah virus
fusion protein requires proteolytic processing by cathepsin L. Virology 346: 251–257. PMID: 16460775

55. Pager CT, Dutch RE (2005) Cathepsin L is involved in proteolytic processing of the Hendra virus fusion
protein. J Virol 79: 12714–12720. PMID: 16188974

56. Aguilar HC, Ataman ZA, Aspericueta V, Fang AQ, Stroud M, et al. (2009) A Novel Receptor-induced
Activation Site in the Nipah Virus Attachment Glycoprotein (G) Involved in Triggering the Fusion Glyco-
protein (F). J Biol Chem 284: 1628–1635. doi: 10.1074/jbc.M807469200 PMID: 19019819

57. Apte-Sengupta S, Navaratnarajah CK, Cattaneo R (2013) Hydrophobic and charged residues in the
central segment of the measles virus hemagglutinin stalk mediate transmission of the fusion-triggering
signal. J Virol 87: 10401–10404. doi: 10.1128/JVI.01547-13 PMID: 23864629

58. Bose S, Welch BD, Kors CA, Yuan P, Jardetzky TS, et al. (2011) Structure and mutagenesis of the
parainfluenza virus 5 hemagglutinin-neuraminidase stalk domain reveals a four-helix bundle and the

Novel Functions of Henipavirus O-glycans

PLOS Pathogens | DOI:10.1371/journal.ppat.1005445 February 11, 2016 19 / 20

http://www.ncbi.nlm.nih.gov/pubmed/10827955
http://dx.doi.org/10.3390/v4040613
http://www.ncbi.nlm.nih.gov/pubmed/22590688
http://www.ncbi.nlm.nih.gov/pubmed/16007075
http://www.ncbi.nlm.nih.gov/pubmed/15998730
http://www.ncbi.nlm.nih.gov/pubmed/16477309
http://dx.doi.org/10.1038/nsmb.1435
http://www.ncbi.nlm.nih.gov/pubmed/18488039
http://dx.doi.org/10.1128/JVI.03084-12
http://www.ncbi.nlm.nih.gov/pubmed/23283956
http://www.ncbi.nlm.nih.gov/pubmed/16378965
http://dx.doi.org/10.1128/JVI.00076-12
http://www.ncbi.nlm.nih.gov/pubmed/22496210
http://dx.doi.org/10.1128/JVI.03741-13
http://www.ncbi.nlm.nih.gov/pubmed/24453369
http://www.ncbi.nlm.nih.gov/pubmed/22949640
http://dx.doi.org/10.1128/JVI.01945-13
http://dx.doi.org/10.1128/JVI.01945-13
http://www.ncbi.nlm.nih.gov/pubmed/23966411
http://dx.doi.org/10.1371/journal.ppat.1003770
http://www.ncbi.nlm.nih.gov/pubmed/24278018
http://dx.doi.org/10.1093/glycob/cwr180
http://www.ncbi.nlm.nih.gov/pubmed/22171062
http://www.ncbi.nlm.nih.gov/pubmed/17652392
http://www.ncbi.nlm.nih.gov/pubmed/20161127
http://dx.doi.org/10.1128/JVI.00469-10
http://www.ncbi.nlm.nih.gov/pubmed/20519383
http://www.ncbi.nlm.nih.gov/pubmed/16460775
http://www.ncbi.nlm.nih.gov/pubmed/16188974
http://dx.doi.org/10.1074/jbc.M807469200
http://www.ncbi.nlm.nih.gov/pubmed/19019819
http://dx.doi.org/10.1128/JVI.01547-13
http://www.ncbi.nlm.nih.gov/pubmed/23864629


role of the stalk in fusion promotion. J Virol 85: 12855–12866. doi: 10.1128/JVI.06350-11 PMID:
21994464

59. Navaratnarajah CK, Oezguen N, Rupp L, Kay L, Leonard VH, et al. (2011) The heads of the measles
virus attachment protein move to transmit the fusion-triggering signal. Nat Struct Mol Biol 18: 128–134.
doi: 10.1038/nsmb.1967 PMID: 21217701

60. Paal T, Brindley MA, St Clair C, Prussia A, Gaus D, et al. (2009) Probing the spatial organization of
measles virus fusion complexes. J Virol 83: 10480–10493. doi: 10.1128/JVI.01195-09 PMID:
19656895

61. Aguilar HC, Matreyek KA, Choi DY, Filone CM, Young S, et al. (2007) Polybasic KKRmotif in the cyto-
plasmic tail of Nipah virus fusion protein modulates membrane fusion by inside-out signaling. J Virol
81: 4520–4532. PMID: 17301148

62. Patch JR, Crameri G, Wang LF, Eaton BT, Broder CC (2007) Quantitative analysis of Nipah virus pro-
teins released as virus-like particles reveals central role for the matrix protein. Virol J 4: 1. PMID:
17204159

63. Whitman SD, Smith EC, Dutch RE (2009) Differential rates of protein folding and cellular trafficking for
the Hendra virus F and G proteins: implications for F-G complex formation. J Virol 83: 8998–9001. doi:
10.1128/JVI.00414-09 PMID: 19553334

64. Liu Q, Bradel-Tretheway B, Monreal AI, Saludes JP, Lu X, et al. (2015) Nipah virus attachment glyco-
protein stalk C-terminal region links receptor binding to fusion triggering. J Virol 89: 1838–1850. doi:
10.1128/JVI.02277-14 PMID: 25428863

65. Landowski M, Dabundo J, Liu Q, Nicola AV, Aguilar HC (2014) Nipah virion entry kinetics, composition,
and conformational changes determined by enzymatic virus-like particles and new flow virometry tools.
J Virol 88: 14197–14206. doi: 10.1128/JVI.01632-14 PMID: 25275126

66. Monaghan P, Green D, Pallister J, Klein R, White J, et al. (2014) Detailed morphological characterisa-
tion of Hendra virus infection of different cell types using super-resolution and conventional imaging.
Virol J 11: 200. doi: 10.1186/s12985-014-0200-5 PMID: 25428656

67. Lodish H, Berk A, Zipursky SL (2000) Protein Glycosylation in the ER and Golgi Complex. Molecular
Cell Biology. 4 ed. New York: W.H. Freeman.

Novel Functions of Henipavirus O-glycans

PLOS Pathogens | DOI:10.1371/journal.ppat.1005445 February 11, 2016 20 / 20

http://dx.doi.org/10.1128/JVI.06350-11
http://www.ncbi.nlm.nih.gov/pubmed/21994464
http://dx.doi.org/10.1038/nsmb.1967
http://www.ncbi.nlm.nih.gov/pubmed/21217701
http://dx.doi.org/10.1128/JVI.01195-09
http://www.ncbi.nlm.nih.gov/pubmed/19656895
http://www.ncbi.nlm.nih.gov/pubmed/17301148
http://www.ncbi.nlm.nih.gov/pubmed/17204159
http://dx.doi.org/10.1128/JVI.00414-09
http://www.ncbi.nlm.nih.gov/pubmed/19553334
http://dx.doi.org/10.1128/JVI.02277-14
http://www.ncbi.nlm.nih.gov/pubmed/25428863
http://dx.doi.org/10.1128/JVI.01632-14
http://www.ncbi.nlm.nih.gov/pubmed/25275126
http://dx.doi.org/10.1186/s12985-014-0200-5
http://www.ncbi.nlm.nih.gov/pubmed/25428656

