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ABSTRACT Nipah virus and Hendra virus are emerging, highly pathogenic, zoonotic paramyxoviruses that belong to the genus
Henipavirus. They infect humans as well as numerous mammalian species. Both viruses use ephrin-B2 and -B3 as cell entry re-
ceptors, and following initial entry into an organism, they are capable of rapid spread throughout the host. We have previously
reported that Nipah virus can use another attachment receptor, different from its entry receptors, to bind to nonpermissive cir-
culating leukocytes, thereby promoting viral dissemination within the host. Here, this attachment molecule was identified as
heparan sulfate for both Nipah virus and Hendra virus. Cells devoid of heparan sulfate were not able to mediate henipavirus
trans-infection and showed reduced permissivity to infection. Virus pseudotyped with Nipah virus glycoproteins bound heparan
sulfate and heparin but no other glycosaminoglycans in a surface plasmon resonance assay. Furthermore, heparin was able to
inhibit the interaction of the viruses with the heparan sulfate and to block cell-mediated trans-infection of henipaviruses. More-
over, heparin was shown to bind to ephrin-B3 and to restrain infection of permissive cells in vitro. Consequently, treatment with
heparin devoid of anticoagulant activity improved the survival of Nipah virus-infected hamsters. Altogether, these results reveal
heparan sulfate as a new attachment receptor for henipaviruses and as a potential therapeutic target for the development of
novel approaches against these highly lethal infections.

IMPORTANCE The Henipavirus genus includes two closely related, highly pathogenic paramyxoviruses, Nipah virus and Hendra
virus, which cause elevated morbidity and mortality in animals and humans. Pathogenesis of both Nipah virus and Hendra virus
infection is poorly understood, and efficient antiviral treatment is still missing. Here, we identified heparan sulfate as a novel
attachment receptor used by both viruses to bind host cells. We demonstrate that heparin was able to inhibit the interaction of
the viruses with heparan sulfate and to block cell-mediated trans-infection of henipaviruses. Moreover, heparin also bound to
the viral entry receptor and thereby restricted infection of permissive cells in vitro. Consequently, heparin treatment improved
survival of Nipah virus-infected hamsters. These results uncover an important role of heparan sulfate in henipavirus infection
and open novel perspectives for the development of heparan sulfate-targeting therapeutic approaches for these emerging infec-
tions.
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Nipah virus (NiV) and the closely related Hendra virus (HeV)
are emerging zoonotic pathogens that have been classified in

the new Henipavirus genus, within the Paramyxoviridae family.
Both viruses cause considerable morbidity and mortality in nu-
merous mammalian species, including humans. HeV first ap-
peared in 1994 in Australia (1), while NiV emerged in Southeast
Asia in 1998 (2), where it continues to cause regular outbreaks
with very high mortality rates, between 50 and 100% (3). The
natural hosts for both viruses are fruit bats (Pteropidae family),
with a wide distribution in Australia, Southeast Asia, India, and
Africa. Potential new virus spillovers thus present a constant risk
for future outbreaks (3). The endotheliotropism of these henipa-
viruses is responsible for systemic infections with generalized vas-
culitis and may be associated with severe acute respiratory syn-

drome and encephalitis (3). Both viruses are classified as biosafety
level 4 (BSL4) pathogens and present important biosecurity
threats (4). There is currently neither a vaccine nor approved
treatment against human henipavirus infection.

Henipaviruses have two membrane glycoproteins: the attach-
ment protein (G), which binds the ephrin-B2 (EFN-B2) and/or
EFN-B3 entry receptor, which are common to both NiV and HeV
(5–7), and the fusion protein (F), which is responsible for virus
entry into the cell cytoplasm via fusion of viral and cellular mem-
branes. NiV has been found to use another unknown attachment
receptor to bind to nonpermissive circulating leukocytes, thereby
promoting viral dissemination within the host and trans-infection
of permissive target cells (8). This attachment molecule was sen-
sitive to proteolytic degradation, and virus internalization was not
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required for cell-mediated trans-infection. As proteoglycans are
used by several viruses for binding to target cells (9, 10), we inves-
tigated their potential role as a henipavirus attachment receptor.

Heparan sulfate (HS) is a complex and sulfated polysaccharide
of the glycosaminoglycan (GAG) family that is linked to ubiqui-
tous core proteins of the cell surface and extracellular matrix of all
eukaryotes. HS is composed of a repetition of a D-glucuronic acid/
N-acetyl-D-glucosamine disaccharide motif that can be further
modified by addition of sulfate groups. HS has the ability to bind
to a vast repertoire of proteins and is involved in many physiolog-
ical as well as pathological processes (11). In addition, the long
carbohydrate chains of HS provide easily accessible binding sites
for a wide range of pathogens, including viruses, bacteria, and
parasites (11, 12). Commercial heparin (HP), which is widely
used for its anticoagulant properties, is a GAG that is chemi-
cally related to HS (13, 14) and displays protein-binding prop-
erties similar to HS.

In this study, we show that both NiV and HeV can use HS as an
attachment receptor to mediate trans-infection. In addition, HS
facilitates henipavirus infection in cis, and heparin can compete
with HS for binding to the virus, thereby limiting both trans-
infection and infection itself. Finally, heparin significantly re-
duced NiV infection in hamsters, suggesting its potential use to
treat henipavirus infections.

RESULTS
Henipavirus uses HS for trans-infection. We first asked whether
leukocytes could capture HeV and transmit it to susceptible cells

in trans without becoming infected themselves (Fig. 1A). As we
previously found for NiV (8), peripheral blood lymphocytes
(PBLs) also transmit cell-attached HeV to susceptible cells, indi-
cating that trans-infection is a mechanism shared by both mem-
bers of the Henipavirus genus.

The trans-infection by leukocytes can also be mimicked in
CHO cells (8), which are resistant to henipavirus infection due to
the lack of entry receptors EFN-B2 and -B3 (7). The treatment of
CHO-K1 cells with heparinase 3 inhibited their trans-infection
properties by �90%. Accordingly, CHO-derived cell lines that
lacked expression of HS because of their deficiency in GAG bio-
synthesis enzymes (15) were also highly deficient in their ability to
mediate trans-infection of NiV (Fig. 1B). To further characterize
the NiV-GAG interaction, we compared the ability of virus parti-
cles pseudotyped with NiV G and F glycoproteins or vesicular
stomatitis virus G-protein (VSV-G) (8) to bind surfaces coated
with the HS analog heparin by using surface plasmon resonance
(SPR). The strong hyperbolic association shape observed during
the injection phase of the sensorgram for NiV, but not for VSV
pseudoparticules, clearly indicated a much stronger binding affin-
ity of NiV-pseudotyped viral particles (Fig. 1C), underlining the
importance of NiV glycoproteins in the analyzed interaction. To
assess the specificity of the NiV-GAG interaction toward HS, by
using SPR we compared the binding of NiV-pseudotyped virus to
surfaces displaying HS, HP, or dermatan sulfate (DS), another
sulfated GAG (Fig. 1D). Although NiV-pseudotyped virus effi-
ciently bound to HP and HS, we did not detect any interaction

FIG 1 trans-Infection with henipaviruses requires the expression of HS. (A) Lymphocyte-mediated trans-infection by NiV and HeV. PBLs were incubated with
either NiV or HeV, washed, cultured for 24 h, and then transferred to Vero cell monolayers, which were used for the determination of the viral titers after 4 days
of coculture, using infectious center assays. (B) CHO-K1 cells, treated or not with heparinase 3, and three HS-deficient CHO lines, pgsA-745, pgsB-619, and
pgsD-677, were incubated with NiV and analyzed for their capacities to transmit infection to susceptible Vero cells in trans. Results are expressed as a percentage
of inhibition compared to results with untreated cells � SD. *, P � 0.05; ***, P � 0.001 (Mann-Whitney U test). (C) SPR analysis of the binding of MLV
pseudotyped either with VSV-G (green) or with NiV glycoproteins G and F (red) to HP-activated sensor chip surfaces. (D) SPR analysis of the binding of NiV
G and F pseudoparticles to surfaces activated by either HS (blue), DS (green), or HP (red). The binding response, in RU, was recorded as a function of time; results
from 1 of 3 experiments are presented.
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with the DS surface, suggesting an implication of specific carbo-
hydrate features. Altogether, these results suggested that NiV
could specifically use HS as an attachment receptor to promote
efficient trans-infection.

Heparin is a competitive inhibitor of henipavirus trans-
infection. As NiV-pseudotyped virus binds heparin in addition to
HS (Fig. 1D), we next analyzed the effect of heparin on the ability
of PBLs and CHO-K1 to mediate NiV trans-infection. Heparin

reduced the trans-infection property of PBLs and CHO-K1 cells
by 80% and 90%, respectively (Fig. 2A). Strikingly, heparin was
also active when applied after contact with the virus, and both
pretreatment and posttreatment with heparin were effective in
inhibiting human PBL-mediated trans-infection of either NiV or
HeV (Fig. 2B). This inhibition reflects the known capacity of hep-
arin to bind multiple cell surface proteins due to its high negative
charge (14). Furthermore, in a pretreatment regimen, heparin also

FIG 2 Heparin inhibits the interaction between henipavirus and HS. (A) PBLs or CHO-K1 cells were incubated for 30 min with the indicated doses of heparin
before being put into contact with NiV. (B) PBLs were treated for 30 min with 0.5 mg/ml of heparin before contact with either NiV or HeV (pretreatment) or after
1 h of incubation with the virus (posttreatment). trans-Infection of Vero cells was than determined as described for Fig. 1. Results are expressed as a percentage
of inhibition compared to results in untreated cells, � the SD. *, P � 0.05; **, P � 0.01; ***, P � 0.001 (Mann-Whitney U test). (C) Analysis of NiV binding to
CHO-K1 and HS-deficient CHO-pgsA-745 cells, pretreated or not with heparin (0.5 mg/ml). Cells were put into contact with NiV for 24 h, and the number of
viral RNA (N gene) copies was determined by RT-qPCR. (D) SPR analysis of NiV pseudoparticle binding to an HP-activated surface in the absence or presence
of soluble heparin at 1 �g/ml or 10 �g/ml. (E) SPR analysis of the binding of NiV pseudoparticles to HP-activated sensor chips, after preincubation with either
PBS or 10 �g/ml of soluble heparin, CS-A, CS-C, or DS. (F) SPR analysis of the binding of NiV pseudoparticles, expressing either NiV-G or NiV-F protein, to
HP-activated sensor chips. The binding response, in RU, was recorded as a function of time after removal of the background provided by nonpseudotyped
particles. Results are presented as the averages of 3 separate experiments (� standard errors of the means) and reflect statistically significant binding of NiV-G
to HP. **, P � 0.01 (one-sample t test).
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prevented the binding of NiV to CHO-K1 cells by 99%, as mea-
sured by cell-associated viral RNA, while the residual binding to
the HS-defective pgsA-745 CHO cell line remained unaffected
(Fig. 2C). These results indicated the ability of heparin to elute
viral particles from cell surface HS by competition.

Accordingly, soluble heparin was able to compete and inhibit
NiV-pseudotyped binding to immobilized HP or HS by SPR
(Fig. 2D and data not shown) with 50% and ~100% reductions
observed for 1 �g/ml and 10 �g/ml heparin, respectively. Notably,
other GAGs found on cell surface proteoglycans, such as chon-
droitin sulfate A (CS-A), CS-C, and DS, were devoid of inhibition
properties (Fig. 2E), revealing the specificity of the inhibition of
NiV binding to HS by heparin. Finally, to determine which of two
NiV membrane glycoproteins, F or G, was responsible for binding
to heparin, we analyzed HP binding of pseudotyped NiV express-
ing either NiV-F or -G by SPR (Fig. 2F). Significantly more bind-
ing was obtained with NiV-G than with NiV-F (Fig. 2F), and re-
sults were further confirmed using HeLa cells transfected with
either NiV-G or -F (data not shown). We concluded from these
results that NiV trans-infection requires binding to cell surface HS
via NiV-G, a process that can be inhibited by competition with
heparin.

HS facilitates henipavirus infection in cis. As GAGs may play
multiple roles in viral infection (11, 16), we next investigated
whether the HS could be directly involved in henipavirus infection
in cis, in addition to its role in trans-infection. Permissive Vero
cells were treated with heparinase 3, to remove cell surface HS,
prior to the infection with NiV. This resulted in a modest but
significant reduction in the number of infected cells at 3 days
postinfection (Fig. 3A). Furthermore, the inhibition of HS sulfa-
tion in Vero cells after treatment with sodium chlorate signifi-
cantly reduced infection with both NiV (Fig. 3B) and HeV
(Fig. 3C), the latter being much more sensitive to sodium chlorate
pretreatment than the former. The obtained results therefore sug-
gest that HS sulfation status is determinant for virus attachment to
cells and subsequent infectivity.

Heparin inhibits infection in vitro. We then tested whether
soluble GAGs could interfere with henipavirus infection in cis.
Heparin pretreatment of Vero cells reproducibly reduced the
number of cells infected by either NiV or HeV (Fig. 4A). Further-
more, pretreatment of either the cells or the virus was efficient,
even with very low concentrations (5 �g/ml) (Fig. 4B). To distin-
guish the contribution of heparin-mediated inhibition of NiV-G
binding to cell surface HS from binding to an EFN-B2/3 entry
receptor, HS-negative CHO-pgsA-745 cells stably expressing ei-
ther EFN-B2 or -B3 (7) were pretreated with 0.5 �g/ml of heparin
and infected with NiV (Fig. 4C). Heparin treatment modestly, but
significantly, reduced the percentage of infected cells from both
cell lines, indicating that this molecule may also directly inhibit or
delay the binding of NiV to its entry receptors EFN-B2 and -B3.
This effect may be the consequence of direct heparin binding to
EFN-B2 and/or -B3, as recently suggested (17). Indeed, SPR anal-
ysis suggested that both CHO-pgsA-745–EFN-B2 and -B3 cells
bound to heparin, in contrast to nontransfected CHO-pgsA-745
cells (Fig. 4D), and proportionally to the level of expressed
EFN-B2 and -B3 transcripts (Fig. 4E). Accordingly, soluble re-
combinant EFN-B3 bound to heparin in the SPR assay as well
(Fig. 4F), fitting a 1:1 Langmuir binding model and yielding a Kd

of 16 � 6 nM (mean � standard deviation [SD]) for the interac-
tion. Additional SPR analysis showed interactions of EFN-B3 with

both HS and heparin, but not with CS (data not shown). Thus, by
its ability to compete with HS for binding to NiV-G and to inter-
fere with EFN-B2/B3 receptors, heparin can restrict both trans-
and cis-infection by henipavirus.

Heparin treatment restricts Nipah virus infection in ani-
mals. Well known for its anticoagulant properties, heparin binds
and activates anti-thrombin III (AT-III) through a specific pen-
tasaccharide sequence (18, 19). To test the antiviral effect of hep-
arin during NiV infection in vivo and to avoid potential hemor-
rhagic complications, we produced heparin lacking anticoagulant
activity by using periodate oxidation (PO-heparin), which alters
the integrity of the AT-III-binding pentasaccharide motif (13).

FIG 3 HS plays a role in henipavirus infection. (A) Vero cells were either
treated with heparinase 3 or left untreated prior to NiV infection. Titration was
performed 3 days later in a plaque assay. (B and C) Vero cells were treated with
increasing concentrations of sodium chlorate for 48 h and then infected with
either NiV (B) or HeV (C); titration was performed 3 days later in a plaque
assay. Results are expressed as a percentage of results for nontreated controls
from triplicate cultures, � the SD. *, P � 0.05; **, P � 0.01; ***, P � 0.01
(Mann-Whitney U test).
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Since PO-heparin inhibited lymphocyte-mediated NiV trans-
infection in vitro similarly to heparin (Fig. 5A), we tested its anti-
viral properties in the golden hamster model of NiV infection,
which closely reproduces the NiV pathogenesis seen in humans
(20). While all nontreated animals succumbed to infection in less
than 6 days, survival in the PO-heparin-treated group increased
moderately (P � 0.017) (Fig. 5B), thus suggesting a biological
relevance for NiV-HS interaction and revealing potential antiviral
properties of heparin-like molecules in vivo.

DISCUSSION

The rapid dissemination of Nipah virus and Hendra virus in an
infected host may play a critical role in the high pathogenicity of

henipaviruses. Our previous work demonstrated that human pe-
ripheral blood lymphocytes are not permissive to NiV infection
but that they could capture the virus and transmit it to susceptible
target cells in trans (8). In contrast to human lymphocytes, specific
subsets of porcine lymphocytes could be infected with NiV and
thus participate in the transmission of the virus in the swine host,
also in cis (21). Low levels of viral replication were detected in
human dendritic cells, suggesting that this cell population could
contribute to transmission of NiV both in cis and in trans (8).
Recently, a CD169-dependent trans-infection pathway in den-
dritic cells was demonstrated for henipaviruses (22); however, the
molecular mechanism of NiV trans-infection mediated by lym-
phocytes, which do not express CD169, has remained obscure.

FIG 4 Heparin inhibits infection and limits viral binding to EFN-B2 and -B3. (A) Vero cells were treated with heparin for 30 min before infection with NiV or
HeV. Results are expressed as a percentage relative to results in nontreated controls. (B) Vero cells were treated with increasing concentrations of heparin for
30 min before infection with NiV; alternatively, virus was incubated with heparin before contact with cells. Viral titration was performed via a plaque assay, and
results are expressed as a percentage of the results in nontreated controls. (C) NiV infection of CHO-pgsA-745–EFN-B2 or –EFN-B3 cells, pretreated with
heparin (0.5 mg/ml; 30 min, 37°C) and analyzed in a plaque assay. Results are expressed as the mean percentage relative to results in nontreated controls � the
SD from 8 different experiments. *, P � 0.05; **, P � 0.01; ***, P � 0.01 (Mann-Whitney U test). (D) SPR analysis of binding of CHO-pgsA-745, CHO-pgsA-
745–EFN-B2, and CHO-pgsA-745–EFN-B3 to heparin. Results are presented as means � SD of 4 independent experiments. (E) Quantification results for
EFN-B2 and EFN-B3 mRNA expression levels in stably transfected CHO-pgsA-745 cells via RT-qPCR. (F) SPR analysis of the binding of soluble EFN-B3 (0 to
250 nM, as indicated), injected over HP-activated sensor chips; results from triplicate experiments were analyzed. The binding response, in RU, was recorded as
a function of time.
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This report reveals HS to be a cell surface attachment receptor
for both NiV and HeV that is implicated in the trans-infection
properties of human leukocytes as well as in henipavirus infection
in cis. HS has been shown to bind many different viruses by inter-
acting with either one or more viral glycoproteins. Interactions
between HS and the HIV-1 envelope glycoprotein gp120 (23, 24)
and with vaccinia virus A27L protein (25) have been demon-
strated. Furthermore, HS can bind measles virus hemagglutinin
(H) (26) and the fusion (F) proteins of respiratory syncytial virus
(RSV) (27) and human metapneumovirus (28). In the cases of
bovine RSV and canine distemper virus, both H and F seem to
interact with HS (29, 30). Our results suggest that NiV-G interacts
with HS. Although VSV-G protein has been shown to interact
with HS (31), our SPR analysis indicated that binding of NiV-G to
HS had a higher affinity. Further studies using recombinant solu-
ble viral G protein should give better insights into the biochemical
characteristics of this interaction and identify binding sites on
both ligands. HS has been previously suggested to capture, pro-
tect, and transmit HIV-1 (9) and human T-cell lymphotropic vi-
rus type 1 (HTLV-1) (10) in trans. Similarly to what was shown for
HIV-1 (23), the other sulfated GAGs, such as CS or DS, were
inactive, implying that structural features beyond charge density
on the polysaccharide backbone could be important for the activ-
ity. The implication is that different HS-binding sites may be in-
volved, as shown recently for papillomavirus, for which sequential
engagement of three different HS-binding sites leads to virus at-
tachment, interaction with the receptor, and entry into the cell
(32). Likewise, HS stabilizes varicella-zoster virus, making it more
accessible for binding to its entry receptor (33). Thus, similar to its
role in other viral infections, HS could improve the contact of
henipavirus with host cells so as to help the virus reach the cellular
receptors EFN-B2 and -B3 (summarized schematically in Fig. 6).

We observed that heparin inhibits henipavirus trans-infection
in vitro. Owing to its capacity to bind multiple cell surface proteins
via negatively charged sulfated groups (14), heparin could prevent
henipavirus attachment to cell surface HS. As it is more sulfated

than HS, it could also bind viruses with higher affinity than HS
and thus act as an efficient competitive inhibitor for virus binding.
Furthermore, heparin significantly reduces direct virus infection
in cis, in addition to affecting infection in trans. This effect may
also result from the interaction between heparin and henipavirus
receptors, as evidenced by SPR for EFN-B3 and in agreement with
a recent report (17). These results allowed us to propose a model
for the role of HS in henipavirus binding and entry and possible
interference of heparin with viral infection (Fig. 6). In addition to
the inhibition of henipavirus infection by binding to either viral G
glycoprotein or viral entry receptors, heparin may significantly
limit virus spread within the organism by blocking binding to the
attachment receptor HS and consecutive trans-infection of per-
missive cells.

The mechanism by which a heparin molecule devoid of anti-
coagulation properties (13) restrains virus infectivity in vivo most
likely depends on the combination of its different biological activ-
ities. In addition to affecting henipavirus infection in cis and in
trans, heparin could constrain inflammation and consequent tis-
sue damage by binding various inflammatory molecules. Indeed,
both heparin and HS bind to important immunoregulatory mol-
ecules, such as the chemokine CXCL10 (34), which is strongly
upregulated during NiV infection (35). Moreover, as heparin is a
heavily sulfated electronegative molecule, it might enhance the
antiadhesive properties of the endothelium against leukocytes
(36). This effect may rely on the ability of heparin to bind directly
to several adhesion molecules that are expressed during inflam-
mation, including L-selectin (37), CD11b/MAC1 (38), and
P-selectin (39). Finally, heparin-like derivatives can stabilize the
endothelium (40) and help in blocking the passage of both hu-
moral and cellular immune factors, as well as viruses, through the
blood-brain barrier (14, 41). This process may also contribute to
the antiviral effect observed during in vivo experiments, together
providing a “proof of concept” for further development of this
antiviral approach.

The heparin-mediated inhibition of henipavirus infection

FIG 5 Antiviral effect of PO-heparin. (A) In vitro comparison of the inhibitory effects of heparin and PO-heparin (0.5 mg/ml) on the trans-infection ability of
leukocytes treated before contact with NiV. The NiV titer was measured in an infectious center assay, and results are expressed as the percentage of inhibition
compared to results in untreated cells. (B) Groups of 5 hamsters were either left untreated or treated daily by subcutaneous injections of PO-heparin (10 mg/kg)
for 12 days. Animals were infected intraperitoneally with 500 LD50s of NiV on the first day of treatment and followed for 3 weeks. The results are expressed as the
percentage of surviving animals in each group. Survival was significantly increased in the group of treated animals. *, P � 0.017 (Mantel-Cox test).
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both in vitro and in vivo highlights the antiviral potential of this
GAG, which is well tolerated and has already been used in the
clinical environment as an anticoagulant for more than 50 years.
Indeed, heparin treatment reduces NiV infection in a hamster
animal model, thus opening interesting therapeutic perspectives
to complement treatment of this highly lethal infection. Addition-
ally, the acute nature of henipavirus infection makes it more prone
to the regulatory action of heparin, compared to some chronic
infections, including HIV or HTLV, where heparin showed in
vitro antiviral activity (9, 10). The HS mimetic PI-88 has already
been shown to have significant beneficial effect in vivo in the out-
come of dengue virus and encephalitic flavivirus infections (42).
The use of derivatives that mimic the heparin/HS structure (43),
synthetic antilipopolysaccharide peptides that bind HS moieties
on cell surfaces (44), or polyanionic compounds with longer half-
lives in vivo (40), devoid of anticoagulant activity and with poten-
tially higher affinity to henipavirus G-protein, may further im-
prove therapeutic effects.

Altogether, this study demonstrates a previously unrecognized
HS-henipavirus interaction involved in both NiV and HeV infec-
tion and dissemination within the host. It may allow henipavi-
ruses to bind to different circulating cells, to use them for trans-
port for efficient spreading within the host organism, and for
target cells, to allow accumulation on their surface, enhancing the
efficacy of infection in cis. These results reveal heparan sulfate as a
potential therapeutic target for the development of novel ap-
proaches against these highly lethal infections. In this context,
heparin or its derivatives may be used in a metaphylaxis approach
of virus-exposed and potentially infected animals, before the ap-
pearance of clinical symptoms, during regular Hendra equine
epizootics in Australia (3).

MATERIALS AND METHODS
Ethics statement. Venous blood from anonymous healthy human volun-
teers was obtained from the Blood Transfusion Centre (Etablissement

Francais du Sang, Lyon, France) in accordance with its guidelines, with
informed written consent from each volunteer.

All animals were handled in strict accordance with good animal prac-
tices as defined by the French National Charter on the ethics of animals
experiments, and all efforts were made to minimize suffering. Animal
work was approved by the regional ethical committee CECCAPP
(P4_2010_008), and experiments were performed in the INSERM Jean
Mérieux BSL4 laboratory in Lyon, France (French Animal regulation
commitee number A69 387 05 02).

Cell culture. The CHO cell line K1 and CHO pgsA-745 cells stably
transfected with human ephrin-B2 and -B3, (pgsA-EFNB2 and pgsA-
EFNB3; all generously provided by B. Lee [UCLA, United States] [7]) were
maintained in F-12 medium (Invitrogen) supplemented with 10% fetal
calf serum (FCS), 100 U/ml penicillin, 0.1 mg streptomycin, 10 mM
HEPES, and 2 mM L-glutamine at 37°C in 5% CO2. Vero E6, HS-deficient
CHO-K1 cells CHO pgsA-745, CHO pgsB-619, and CHO pgsD-677 cells
(15), HeLa cells, and stable transfected HeLa cells with phCMV-Nipah-
G-Neo and phCMV-Nipah-F-Neo, expressing NiV-G and -F proteins,
respectively (HeLa-G and HeLa-F), were maintained in Dulbecco’s mod-
ified Eagle’s medium (DMEM; Invitrogen) supplemented as described
above. Human peripheral blood was obtained from 20 different healthy
donors from the Blood Transfusion Centre (Lyon, France). Peripheral
blood mononuclear cells were isolated by density Ficoll/Hypaque gradient
centrifugation and then centrifuged through a 50% Percoll gradient
(Pharmacia Fine Chemicals) for 20 min at 400 � g. PBLs were recovered
from the high-density fraction. For SPR analysis, cells were detached by
Versene treatment and washed twice with HBS-P buffer (10 mM HEPES,
150 mM NaCl, 0.005% surfactant P20, pH 7.4).

Virus infection and titration. Nipah virus (isolate UMMC1; Gen-
Bank accession number AY029767) (42), recombinant NiV expressing
enhanced green fluorescent protein (45), and Hendra virus (Australia/
horse/1994) obtained from Porton Down Laboratory, United Kingdom,
were prepared on Vero-E6 cells as described previously (46), and infection
virus was used in the INSERM Jean Mérieux BSL4 laboratory in Lyon,
France. All cells were infected at a multiplicity of infection (MOI) of 1, for
1 h at 37°C, washed twice, and observed by inverted and/or fluorescence
microscopy daily or harvested for RNA isolation or for use in trans-
infection assays. At the indicated times postinfection, 150 �l of cell culture

FIG 6 Schematic presentation of possible implications of heparan sulfate and heparin in henipavirus infection. (A) NiV and HeV interact with their entry
receptors, EFN-B2 and -B3, and with HS. While the first interaction is important for virus infection in cis, the second leads to infection in trans and may facilitate
virus dissemination in the host. In addition, HS may help the virus to reach its entry receptors and accumulate on the cell surface and/or stabilize the interaction
with EFN (B2 and B3). (B) Heparin binds henipavirus G-protein as well as ephrin receptors and may thus displace the virus from the cell surface and prevent it
from reaching its entry receptors. Consequently, heparin inhibits infection in trans and restrains direct infection in cis, respectively.
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supernatant was collected and frozen prior to viral titration. Viral titration
was performed by plaque assay as detailed elsewhere (47). The viral infec-
tion level in cocultures of leukocytes and CHO cells with Vero cells was
determined using a previously described infectious center assay in 6-well
plates (48), after 20 min of formaldehyde fixation and crystal violet stain-
ing. Alternatively, in heparin-mediated inhibition assays, titrations were
directly performed by plaque assay, using Vero cells or CHO-pgsA745–
EFN-B2 or -B3 cell monolayers. Pseudotyped viral particles, containing
either NiV-G and/or -F or control VSV-G were produced using Friend’s
murine leukemia virus (MLV) particles and 293T cells, as described pre-
viously (8).

Treatment of cells with sodium chlorate. Vero cell monolayers were
grown to confluence and maintained in DMEM supplemented with 10%
FCS and sodium chlorate (NaClO3; 25, 50 and 75 mM) for 48 h to inhibit
HS sulfation in cells, as rapid turnover of proteoglycans in the cells (47)
required prolonged incubation with NaClO3. Cells were then detached by
using trypsin– 0.05% EDTA, distributed into new 6-well tissue culture
plates, and grown to confluence in the presence of the same range of
concentrations of NaClO3 and infected with either NiV or HeV (50 or
100 PFU/well). Following 72 h of incubation in CMC/DMEM supple-
mented with 3% FCS and NaClO3, virus was titrated by using crystal violet
staining.

trans-infection assay. Cells were put in contact with virus (MOI, 1)
for 1 h at 37°C, 5% CO2. After two washes with phosphate-buffered saline
(PBS), cells were cultured at 37°C for 24 h and then collected and washed,
and 10-fold serial dilutions were added to cell monolayers of Vero cells for
determination of cell-associated infectious NiV in a infectious center as-
say, as described previously (8). In some experiments, cells were incubated
for 1 h at 37°C with 10 U/ml of heparinase 3 (Sigma) and washed 3 times
before contact with NiV. Treatment with heparin (porcine intestinal mu-
cosa; Sigma) of either cells or virus and pseudotyped viral particles was
performed for 30 min at 37°C. In heparin pretreatment experiments, after
incubation with heparin, cells were thoroughly washed before adding the
virus. In heparin posttreatment experiments, NiV-resistant cells were ini-
tially put in contact with either NiV or HeV for 1 h and incubated with
heparin afterward, for 30 min at 37°C, washed, and analyzed in a trans-
infection assay as described above.

SPR-based binding assays. SPR experiments were performed on a
BIAcore X apparatus (for analysis of cells and pseudotyped viral particles)
or a Biacore 3000 apparatus (for pseudotyped viral particles and recom-
binant ephrin-B3), using CM4 (for pseudotyped virus and recombinant
EFN-B3) and CM5 (for cells) sensor chips and HBS-P buffer. HS (Celsus,
Cincinnati, OH, United States), HP (Sigma), and DS (Sigma) were bio-
tinylated and immobilized on Biacore sensor chips, as described before
(49). Briefly, two flow cells were activated with a mix of 0.2 M N-ethyl-
N=-(diethylaminopropyl)-carbodiimide (EDC) and 0.05 M
N-hydroxysuccinimide (NHS). Then, streptavidin (50 �g/ml in 10 mM
acetate buffer [pH 4.5]) was injected over the activated flow cells, to obtain
an immobilization level of ~2,500 response units (RU). One of these flow
cells served as a negative control, while biotinylated HP, HS, and DS were
injected on the other flow cells, to obtain suitable immobilization levels
(50 to 70 RU for recombinant human ephrin-B3 Fc and pseudotyped viral
particles analysis; 200 RU for cells). Interaction assays were performed at
a flow rate of 5 �l/min and involved 5- to 10-min injections of sample over
the HP and negative-control surfaces, followed by a 5-min washing step
with HBS-P buffer to allow dissociation of the complexes formed. At the
end of each cycle, GAG surfaces were regenerated by sequential injections
of 0.05% SDS (1 min) and 2 M NaCl (2.5 min). Typical sample concen-
trations used were 10 �g/ml for recombinant human ephrin-B3 Fc (R&D
Systems), 1 � 107 to 2.4 � 107 particles/ml for pseudotyped viral particles
and 0.5 � 106 to 0.7 � 106 cells/ml for CHO-pgsA-745 and HeLa cell
transfectants. The sensorgrams shown correspond to on-line subtraction
of the negative-control signal from the GAG surface signal. Competition
assays were performed by preincubating NiV pseudoparticles with GAGs
(1 to 10 �g/ml, final concentration) for 15 min prior to injection.

RNA isolation and RT-qPCR. RNA was isolated from cells and plasma
by using an RNeasy minikit (Qiagen) in RLT buffer, according to the
manufacturer’s instructions. Reverse transcription (RT) was performed
on 0.5 �g of total RNA by using oligo(dT) and random hexamer oligonu-
cleotide primers (iScript cDNA synthesis kit; Bio-Rad) and run in a Bi-
ometra T-Gradient PCR device, and cDNAs were diluted 1/10. Quantita-
tive PCR (qPCR) was performed with cDNA samples by using Platinum
SYBR green qPCR SuperMix-UDG with a ROX kit (Invitrogen). qPCR
was run on the StepOne Plus PCR system (Applied Biosystems) as follows:
95°C for 5 min and 40 cycles of 95°C for 15 s and 60°C for 1 min, followed
by a melting curve of up to 95°C at 0.8°C intervals. All samples were run in
duplicate, and the results were analyzed using StepOne software v2.1. The
glyceraldehyde 3-phosphate dehydrogenase (GAPDH) gene was used as a
housekeeping gene to normalize the samples. GAPDH and standard ref-
erences for the corresponding genes were included in each run to check
for RNA integrity, RNA load, and inter-PCR variation. After normaliza-
tion, the results were expressed as the number of mRNA copies of the gene
of interest per microgram of analyzed RNA. All calculations were done
using the ��CT model (50), and experiments were performed according
to the MIQE guideline (51). Primer used included the following: NiV N
forward, GGCAGGATTCTTCGCAACCATC, and reverse, GGCTCTTG
GGCCAATTTCTCTG; murine GAPDH forward, GCATGGCCTTCCGT
GTCC, and reverse, TGTCATCATACTTGGCAGGTTTCT; EFN-B2 for-
ward, CAAGTTCTGCTGGATCAA, and reverse, GATGTTGTTCCCCG
AATG, EFN-B3 forward, ATGGAAAGAGACCGAGGG, and reverse, GA
GGTTGCATTGCTGGTG.

Production of heparin devoid of anticoagulant activity (PO-
heparin). To eliminate its anticoagulant properties, heparin was treated
with periodate, as previously described (52). Briefly, 100 mg of heparin
from porcine intestine (185.8 USP units/mg; Sigma) was dissolved in
900 �l of 0.1 M NaIO4 in 0.05 M sodium acetate buffer (pH 5) and stirred
at 4°C for 3 days. The unreacted NaIO4 was then neutralized by addition
of glycerol (25 �l), dialyzed against H2O, and lyophilized. The sample was
resuspended in 800 �l of 0.2 M NaBH4 in 0.25 M ammonium bicarbonate
and incubated for a further 3 h at 4°C. After acidification with glacial acetic
acid (to eliminate any remaining NaBH4), the reaction mixture was neu-
tralized by addition of NaOH (1 M), dialyzed against water, and lyophi-
lized.

Infection of hamsters. Eight-week-old golden hamsters (Mesocricetus
auratus; Janvier, France) were anesthetized and infected intraperitoneally
with 0.4 ml containing NiV (500 50% lethal doses [LD50s] preincubated
with heparin [0.5 mg/ml; 30 min at 37°C]). Groups of 5 animals were
treated daily subcutaneously with the PO-heparin (10 mg/kg of body
weight) for 12 days, starting from the day of infection. Animals were
followed daily for 3 weeks.

Statistical analysis. Data are expressed as means � SD or as the per-
centage of survival. Statistical analyses were performed using Mann-
Whitney U test, one-sample t test, and Mantel-Cox test within Graph-
Pad’s Prism4 software.
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