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Abstract: The mosquito-borne viral disease dengue is a global public health problem causing a wide
spectrum of clinical manifestations ranging from mild dengue fever to severe dengue with plasma
leakage and bleeding which are often fatal. To date, there are no specific medications to treat dengue
and prevent the risk of hemorrhage. Dengue is caused by one of four genetically related but anti-
genically distinct serotypes DENV-1–DENV-4. The growing burden of the four DENV serotypes has
intensified both basic and applied research to better understand dengue physiopathology. Research
has shown that the secreted soluble hexameric form of DENV nonstructural protein-1 (sNS1) plays a
significant role in the pathogenesis of severe dengue. Here, we provide an overview of the current
knowledge about the role of sNS1 in the immunopathogenesis of dengue disease. We discuss the
potential use of sNS1 in future vaccine development and its potential to improve dengue vaccine
efficiency, particularly against severe dengue illness.

Keywords: arbovirus; dengue; viral hemorrhagic fever; viral immunopathogenesis; viral toxin; NS1;
dengue vaccine strategies

1. Dengue Disease

Dengue disease has become one of the most significant mosquito-borne viral diseases
worldwide. The global incidence of dengue has dramatically increased over the last
decades causing a major public health problem in tropical and subtropical regions where
endemicity relates to the profusion of Aedes aegypti and, to a lesser extent, of Aedes albopictus
as major vectors for dengue virus (DENV) transmission. The four serotypes of DENV,
DENV-1–DENV-4, sharing 60–80% homology in their genomic sequences, can cause flu-
like illness, but some individuals can experience severe plasma leakage associated with
exacerbated inflammatory responses leading to potentially fatal shock. The mechanisms
of severe dengue are poorly understood and presumably multifactorial with viral and
host factors having significant roles. The immune status of patients might play a key
role in the risk of severe dengue. Indeed, the antibody-dependent enhancement (ADE)
or the original antigenic sin phenomenon have been associated with the development
of severe dengue which relates to secondary infection with a DENV serotype different
of that responsible for the primary infection. Thus, preexisting immunity against DENV
could be associated with the development of severe forms of dengue disease during a
secondary infection. To date, no specific treatments nor therapies are available for clinical
management of severe dengue disease.
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DENV is a positive single-stranded RNA virus which belongs to the Flavivirus genus of
the Flaviviridae family sharing great similarity with other medically important arboviruses
such as yellow fever virus, West Nile virus and Zika virus [1]. DENV has an enveloped
viral particle of approximatively 50 nm in diameter; its 11 kb genome is contained within
a 30 nm dense core which is surrounded by a lipid bilayer [1–3]. The DENV infection
lifecycle is initiated by the recognition of virus particles through attachment factors and
receptors at the cell surface. Internalized virus particles are trafficked to the endosomal
compartment where low pH-mediated fusion between viral and intracellular membranes
causes the release of the nucleocapsid into the cytosol [1,3–5]. Once released from the
nucleocapsid, the free genomic RNA is translated into a long polyprotein which is co- and
post-translationally processed to produce the three structural proteins C, prM/M and E
followed by seven nonstructural proteins NS1, NS2A/B, NS3, NS4A/B and NS5. New
DENV particles are produced within the endoplasmic reticulum (ER, Figure 1). At the early
stages of DENV replication, the nonstructural proteins are involved in both viral RNA
replication and the subversion of antiviral innate immune responses in the host cell [6].
At the later stages, viral assembly occurs at the ER–Golgi intermediate compartment
(ERGIC). The assembled virus particles are trafficked through the secretory pathway and
then released as infectious virions by exocytosis.
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Figure 1. DENV NS1 protein involvement in the viral cycle. Nonstructural protein 1 (NS1) of flaviviruses has been described
with diverse functions during the viral lifecycle (1–10). After its cleavage from the polyprotein (3,4), NS1 forms homodimers
associated with viral RNA complexes (5,6) and contributes to viral morphogenesis through interactions with the prM and E
proteins (7,8). Furthermore, thanks to its hydrophobic properties and membrane affinity, NS1 participates in the formation
of vesicle packets, which are essential structures hosting viral replication machinery. Interestingly, among the nonstructural
proteins, NS1 has a particular fate. Indeed, the soluble hexameric form of NS1 circulates in infected individuals. The release
of soluble NS1 requires protein transport into the ERGIC (ER–Golgi intermediate compartment) (10).
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The NS1 glycoprotein is the only nonstructural viral protein detected in the blood-
stream of dengue patients during the acute phase of the infection. Several reports highlight
the involvement of soluble NS1 (sNS1) in the pathogenesis of severe dengue [7–12]. In
this review of the role of NS1 in the immunopathogenesis of dengue, particular atten-
tion is paid to the reasons for the current consideration of sNS1 in the design of dengue
vaccine candidates.

2. Biology and Function of the DENV NS1 Protein

The DENV NS1 protein (352 amino acids) is divided into three functional regions desig-
nated as the β-roll, wing and β-ladder domains [13]. After synthesis and proteolysis of the
viral polyprotein, NS1 is glycosylated on residues N130 and N207. The post-translational
maturation process results in the formation of homodimeric NS1 which, together with other
NS proteins, forms viral replication complexes responsible for copying the viral genome
(Figure 1). As a result of its hydrophobic properties and membrane affinity [13], NS1 acts
as a scaffolding protein, leading to the formation of vesicle packets, a structure known to
host viral replicase machinery [14,15]. During the DENV infection, dimeric NS1 has the
ability to interact with other viral proteins such as prM and E [14] as well as NS4A [16,17].
Such interactions are involved in viral RNA replication [17] and virus assembly [14].

A proportion of mature NS1 glycoproteins are transported through the Golgi com-
partment to reach either the plasma membrane as a membrane-associated homodimer
or the extracellular compartment as hexameric lipoprotein particles (Figure 1). Secreted
soluble NS1 (sNS1) exhibits great structural similarity with high-density lipoproteins car-
rying triglycerides, cholesteryl esters and phospholipids [18]. During the acute phase of
the DENV infection, high levels of sNS1 circulate in the bloodstream, up to 50 µg·mL−1,
leading to the development of diagnostic kits based on the immunocapture of sNS1 [19].
A relative positive correlation between antigenemia to sNS1 and severity of the DENV
infection has been documented [20].

3. Secreted Soluble NS1 Contributes to the Pathogenesis of Severe Dengue

During the last decade, a great effort has been made to better understand the role of
sNS1 in the pathogenesis of severe dengue. It is now admitted that sNS1 contributes to vas-
cular leakage that is indicative of dengue severity. Indeed, sNS1 has the ability to trigger hy-
perpermeability of human endothelial cells. After secretion, freely circulating sNS1 is able to
bind endothelial cell surfaces, leading to overexpression of sialidases (Neu 1, Neu 2, Neu 3)
and heparanase by endothelial cells. This results in disruption of the endothelial glycocalyx
layer and therefore contributes towards barrier dysfunction and plasma leakage [12,21].
This mechanism has been confirmed in several endothelial cell lines where a decrease
in the trans-endothelial electrical resistance is observed in response to NS1 from all four
serotypes of DENV [12]. In addition to the disruption of the endothelial glycocalyx layer,
rearrangement of intercellular junctions has to be discussed. Protein sNS1 disrupts tight
and adherens junctions in a cytokine-independent manner. Several intercellular junction
proteins are concerned, including VE-cadherin or zonula occludens-1, possibly through
clathrin-mediated internalization and/or phosphorylation [15].

Besides cytokine-independent mechanisms, DENV sNS1 also has the ability to induce
expression of vasoactive cytokines, notably IL-6 and TNF-α, which may be associated with
the development of vascular disorders in severe dengue (Figure 2B) [9]. Expression of cy-
tokine macrophage migration inhibitory factor (MIF) as part of the response of endothelial
cells to sNS1 might play a key role in intercellular junction impairment and subsequent
vascular leakage (Figure 2B). Indeed, MIF participates in cell-to-cell contact disruption
through internalization and autophagic degradation of intercellular junction proteins, in-
cluding zonula occludens-1 and vascular endothelial cadherin factors [22,23]. Lastly, sNS1
might play a role in viral immune evasion strategies, mostly through complement blockade
(Figure 2B). Indeed, DENV sNS1 functions as a complement-fixing protein for several
complement pathway components (C4, C4b, C9 and mannose-binding lectin) [7,8,24,25]
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and regulators (vitronectin) [25]. Consequently, these interactions have an impact on com-
plement activity and complement-mediated neutralization [15]. In conclusion, the fact that
sNS1 has been identified as a viral factor of virulence comparable to a toxin makes it a
target of great interest for dengue vaccine strategy.
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Figure 2. Secreted NS1 implications during the DENV infection. (A) NS1-directed immune response. During the infection,
the hexameric form of NS1 is released by infected cells and triggers humoral and cell-mediated immune response. B
cells produce NS1-directed antibodies which participate in NS1 clearance from blood. However, these antibodies are also
involved in pathological processes. On the other hand, peripheral blood mononuclear cells (PBMC) like T cells and NK cells
produce proinflammatory cytokines (including interleukin 6 and tumor necrosis factor) and chemokines that participate
in inflammation mounting. (B) NS1-mediated pathogenesis. Circulating NS1 is directly linked to glycocalyx disruption
(1) as well as macrophage migration inhibitory factor (MIF) release by endothelial cells through toll-like receptor 4 (TLR4)
signaling. MIF, as other proinflammatory and vasoactive mediators released by immune cells in response to NS1, leads to
altered intercellular junctions between endothelial cells (2). In the course of severe dengue, NS1 has the ability to contribute
to vascular leakage and cytokine storm. Furthermore, soluble NS1 is associated with production of cross-reactive antibodies
that target host endothelial cells, platelets and plasminogen (3). Finally, NS1 may participate in immune evasion through
blockade of complement factors such as C4b and C9.

4. Soluble NS1 as a Significant Focus for Dengue Vaccine Strategies
4.1. Immunity to the DENV NS1 Protein

At the onset of the DENV infection, sNS1 elicits a potent humoral and cell-mediated
immune response (Figure 2A). The NS1-directed antibody response is essentially based on
the recognition of B cell epitopes located in the wing and C-terminal regions as the immun-
odominant domains of hexameric NS1 lipoparticles. The NS1-directed antibodies partici-
pate in sNS1 clearance in the bloodstream during the DENV infection and are beneficial to
protecting against severe dengue, limiting sNS1-associated dengue immunopathogenesis.
However, these antibodies could also be involved in the pathology of severe dengue. As
part of dengue immunopathogenesis, sNS1-directed antibodies have the ability to interact
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with host proteins, presumably as a result of molecular mimicry, as a mechanism of the
autoimmune disease associated with the DENV infection (Figure 3) [26–28]. Self-antigen
recognition by sNS1-directed antibodies might play a role in the triggering of apopto-
sis and complement-dependent cell cytotoxicity in endothelial cells [26]. Consequently,
humoral immunity to DENV sNS1 could be a key effector of coagulopathy observed in
dengue patients through activation of plasminogen and platelets which both participate
in thrombocytopenia.
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Figure 3. NS1 epitopes in relation to autoantibodies. The NS1 protein is found in circulation during the infection; thus,
the existence of molecular mimicry between conserved NS1 epitopes and host proteins may lead to the production of
autoantibodies. For instance, the recognition of NS1 epitopes LX2/1, LX2/2 and LX2/3 can engender antibodies cross-
reacting with human clotting factors [28], whereas, NS1 epitope KXWG leads to the production of the DB16-1 antibody
cross-reacting with lysine-rich CEACAM1 co-isolated (LYRIC) of endothelial cells, promoting cell death by apoptosis [26].
Finally, the 6H11 antibody, which recognizes the NS1 TAGPW epitope, also interacts with plasminogen and enhances its
activation [29]. Wing domain (blue), β-roll domain (green), β-ladder domain (purple). Black bars illustrate the conservation
degree of the epitope sequence across dengue virus serotypes and genotypes.

On the other hand, the anti-NS1 cell-mediated response is based on DENV sNS1
antigen recognition by peripheral blood mononuclear cells via pattern recognition receptors
(PRRs). Activated PRRs from the toll-like receptors family have the ability to trigger
the release of major proinflammatory cytokines and chemokines involved in the DENV
immunopathogenesis [9,11]. Protein sNS1 has been observed to activate TLR4 and the
downstream signaling pathway, leading to IL-6 and IL-8 production, as well as IL-1β and
TNF-α expression [11]. Furthermore, TLR6−/− mice exhibited higher survivability in the
presence of sNS1 [30]. However, these data should be interpreted with caution because
NS1-mediated TLR2/6 activation was observed with recombinant NS1 proteins produced
in bacteria but not in invertebrate cells [31].

4.2. The Current Challenges for Dengue Vaccine Development

Development of a safe and effective vaccine against all four serotypes of DENV is
challenging because of limited understanding of the mechanisms of severe dengue in
relation to the immunopathogenesis of the disease. To date, the only licensed dengue
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vaccine currently available on the market is Dengvaxia developed by Sanofi Pasteur and
registered by regulatory authorities in 20 dengue-endemic countries, the European Union
and the United States. This is a live-attenuated tetravalent dengue vaccine which contains
DENV E and prM genes from the four serotypes inserted in the yellow fever 17D backbone.
The objective of this vaccine is to induce preventive humoral and cell-mediated immune
responses [32,33]. However, it has recently revealed some major weaknesses. Firstly, it
has unequal efficacy against the four DENV serotypes and elicits only limited protection
against serotype 2 DENV infection. Secondly, efficacy of Dengvaxia is effective only in
the individuals who have been previously infected with DENV. Lastly, the vaccination in
children younger than nine years of age was associated with an increased incidence of
hospitalization for severe dengue [34]. Although neutralizing E-directed antibodies are
assumed to be the main correlate of protection against the DENV infection, the importance
of NS proteins for developing an effective dengue vaccine merits greater consideration. In-
deed, T cell-based immunity is necessary in controlling the DENV infection, and most of the
key targets of these responses are located in the NS proteins [35,36]. Indeed, nonstructural
proteins should be part of the vaccine approach, especially sNS1 which exists as circulating
hexameric lipoparticles. Given the significant role of sNS1 in the immunopathogenesis of
severe dengue, lack of NS1-associated immunity could be a possible explanation for the
limited performance of vaccine candidates essentially based on the expression of DENV
structural proteins prM and E [12].

4.3. DENV Vaccine Candidates Expressing sNS1

Targeting NS1 for dengue vaccine development may have many advantages. The
benefits of an sNS1-based dengue vaccine relate to a high degree of NS1 conservation
amongst DENV serotypes (about 70% of amino-acid identity), a strong immunogenic
potential of sNS1 and the evidence of an efficient anti-DENV immune response based on
the stimulation of B and T cell-dependent immunity. According to the immunopathogenesis
of dengue, a major advantage of using NS1 is to bypass the risk of ADE, which mainly
relates to the production of antibodies that promote viral growth and severe disease. Herein,
several DENV NS1-based vaccine platforms are presented and illustrated with one vaccine
candidate for each platform.

The second generation of dengue vaccine candidates based on live-attenuated viruses
(LAV) includes all proteins of DENV, whereas the licensed Dengvaxia elicits immunity
only against the prM and E proteins as dengue antigens. The more advanced LAV dengue
vaccine is tetravalent TAK-003 developed by Takeda [37]. TAK-003 consists of an attenuated
DENV-2 strain together with chimeric DENV-2 in which the prM and E genes were substi-
tuted by their counterparts from DENV-1, DENV-3 and DENV-4 [37]. A single dose of the
TAK-003 vaccine can elicit a durable T cell-mediated immunity against both structural and
nonstructural proteins of all four DENV serotypes for at least 4 months post-immunization.
Notably, TAK-003 elicits a broad response directed across the DENV-2 proteome, with fo-
cused reactivity against NS1 and NS3 [38]. The DENV-2 NS1-directed IgGs cross-react with
NS1 from DENVs-1,3,4 [39]. In TAK-003 vaccines, hyperpermeability of capillary vessels
and degradation of endothelial glycocalyx components were not observed regardless of
the DENV serotype [39]. Consequently, the LAV vaccine provides functional NS1-specific
IgG responses which confer protection against the effects of the viral toxin NS1.

Several technologies are currently in use to elicit an immune response against the
DENV NS1 protein, as illustrated in Figure 4.

A number of DENV NS1-based vaccines have been and still are in development (Table 1).
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Figure 4. DENV NS1-based vaccine platforms. In (A), immunization of live-attenuated DENV (LAV) expressing NS1 induces
both humoral and cell-mediated responses. However, vaccination with LAV DENV has a risk of exacerbating dengue
severity via the antibody-dependent enhancement phenomenon, whereas NS1 has the ability to generate autoantibodies in
relation to molecular mimicry. In (B), safe immunization with recombinant DENV NS1 or antigenic parts of the protein
requires a lack of autoimmune antibodies. In (C), immunization with an encapsulated DNA vaccine expressing DENV NS1
induces both humoral and cell-mediated responses. It cannot rule out the risk of DNA integration into the host cell genome.
In (D), encapsulated NS1 mRNA is a promising approach, with a lipid nanoparticle (LNP) playing the role of an RNA cargo
transporter. Released NS1 mRNA is directly translated by the cellular machinery without the risk of integration. However,
such an NS1-based vaccine should ideally avoid the risk of induction of autoantibody production.
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Table 1. Different NS1-based vaccine strategies.

Platform Methods Preclinical Outcome Reference

LAV Tetravalent dengue vaccine (TDV) NHP
Neutralizing

anti-DENV antibodies [40]

VLPs NS11–279TMC NPs BALB/c mice Protection efficacy of 97.47% [41]

DNA

pcTPANS1 * BALB/c mice Protection efficacy of 100% [42,43]

pcENS1 ** BALB/c mice Protection efficacy < 90% [44]

pE11D2 *** and pcTRANS1 **** BALB/c mice Protection efficacy < 90% [45]

pD2NS1/pD2NS1 + pIL-2 C3H mice Protection efficacy of 50–80% [46]

mRNA DENV-2 E80-mRNA, NS1-mRNA BALB/c mice n.a. [47]

Viral antigen

rNS1 + LTG33D adjuvant BALB/c mice Protection efficacy of 50% [48]

∆C NS1 # + CFA adjuvant C3H/HeN mice Protection efficacy of 65% [49]

Chimeric DJ NS1 ## + CFA adjuvant C3H/HeN mice Protection efficacy of 65% [49]

Full DENV1–4 NS1+
MPLA/AddaVax adjuvant Ifnar−/− C57BL6 mice Protection efficacy of 60–100% [9]

Recombinant DENV NS1 + cyclic
dinucleotides (CDNs) adjuvant Ifnar−/− C57BL6 mice Protection efficacy of 60–70% [50]

Synthetic peptide
Modified NS1-WD
### + CFA adjuvant

C3H/HeN: STAT1−/−

C57BL6 mice
Protection efficacy of 100% [51]

* TPA: human tissue plasminogen activator, a secretory signal sequence; ** pcENS1: encodes the C-terminal E protein and the full NS1
region; *** pE11D2: encodes the envelope (E) ectodomain (domains I, II, and III); **** pcTRANS1: encodes the nonstructural 1 (NS1) protein
of DENV2; # ∆C NS1: NS1 lacking the C-terminal amino acids (a.a.) 271-352; ## DJ NS1: N-terminal DENV NS1 (a.a. 1-270) and C-terminal
Japanese encephalitis virus NS1 (a.a. 271-352); ### NS1-WD: NS1 wing domain.

The next generation of dengue vaccines in development, including DNA subunit,
virus-like particles (VLP) and viral vector vaccines, were reviewed by Redoni et al. [52].
VLPs exhibit viral antigens with high density on their surface, providing a potential
for high antigenicity and potent immunogenicity [53]. This makes VLPs a promising
approach for developing safe and effective DENV vaccines. VLP-based DENV vaccines
were described by Zhang et al. in 2020, but neither of them was developed with NS1
proteins [54]. One example is given with C-terminal truncated DENV-2 NS1 loaded in
N,N,N-trimethyl chitosan nanoparticles (NS11–279TMC NPs) investigated in a murine
model and in humans ex vivo [41]. In a human ex vivo model, it was demonstrated
that TMC particles deliver NS11–279 protein in monocyte-derived dendritic cells (MODCs)
and also stimulate those cells, resulting in an increased expression of maturation marker
CD83, costimulatory molecules CD80, CD86 and HLA-DR and secreting diverse immune
cytokines/chemokines [41]. Immunization with NS11–279TMC NPs resulted in both B cell
and T cell responses leading to IgG production and CD8+ T cells activation. One important
finding is that DENV2 NS11–279-directed antibodies have the ability to kill DENV-infected
cells through antibody-dependent complement-mediated cytotoxicity [41]. Consequently,
NS1-based vaccine candidates are of great interest in relation to the properties of TMC
as a suitable adjuvant which enhances delivery and promotes immunogenicity of viral
antigens. The NLP-associated delivery of NS1 mRNA has been assessed in preclinical
studies. Injection of LNP as a carrier vehicle of mRNA expressing both the N-terminal part
of E and NS1 has resulted in high levels of neutralizing DENV antibodies and viral antigen-
specific T cell responses leading to complete protection against the DENV challenge.

It is well-known that interactions of the DENV NS1 protein with clotting factors and
endothelial cells contribute to the immunopathogenesis of severe dengue. Several studies
have identified NS1 peptide sequences that can generate anti-DENV antibodies exhibiting
cross-reactivity to self-antigens [55]. Such NS1 motifs are mostly conserved across DENV
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serotypes and genotypes (Figure 3). For instance, it has been shown that antibodies
directed against the C-terminal region of NS1 can cross-react with the LYRIC protein which
localizes at the tight junctions of endothelial cells [56–58]. Given that immunization with
a DENV NS1 peptide representing a modified LYRIC-like sequence can provide efficient
protection against DENV [51], the NS1 peptides that lack mimicry sequences may represent
an attractive platform in the development of NS1-based dengue vaccines.

5. Concluding Remarks

It is widely admitted that the threat of dengue disease requires a successful vaccine
against the risk of severe dengue. An efficient dengue vaccine must be able to elicit long-
term immunity to DENV regardless of the serotype or genotype of the infecting viral
strain. At our stage of knowledge of the dengue disease, the key elements of the most
popular dengue vaccine strategies include the notion of designing viral antigens that are
targets of effective antibody-mediated neutralization of the four DENV serotypes. The
Dengvaxia efficacy trials conducted to date have demonstrated that a dengue vaccine
is possible and have made important contributions to our understanding of the path
towards the development of such a vaccine. Since the licensed dengue vaccine Dengvaxia
has shown debated efficacy, the mechanisms by which a dengue vaccine might confer
efficient protection against the DENV infection need to be better defined. Consequently,
new insights that will help to guide rational vaccine design against DENV are necessary.
The NS1 glycoprotein has recently emerged as a potential viral antigen target for the
development of dengue candidate vaccines. As a viral toxin, released soluble NS1 has
been shown to play a key role in the immunopathogenesis of severe dengue. One can
estimate that LAV of DENV and NS1-based vaccines represent promising strategies that
have the potential to significantly advance dengue vaccine development. Given that their
efficacy could be greatly improved by reducing off-target antibody responses to the DENV
NS1 protein, it will be of great interest to modify using the mutational approach the NS1-
associated irrelevant epitopes presenting the risk of mimicry with host factors involved in
coagulation and integrity of the vascular endothelium.
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Abbreviations

ADE Antibody-dependent enhancement
DENV Dengue virus
DHF Dengue hemorrhagic fever
DSS Dengue shock syndrome
E Envelope protein
ERGIC ER–Golgi intermediate compartment
FcγR FC-gamma receptor
GMT Geometric mean titer
IL Interleukin
LAV Live-attenuated virus
LNP Lipid nanoparticle
LPS Lipopolysaccharide
mAb Monoclonal antibody
MIF Macrophage migration inhibitory factor
MODCs Monocyte-derived dendritic cell
NS Nonstructural protein
PBMC Peripheral blood mononuclear cell
prM Precursor of the M protein
PRR Pattern recognition receptor
TLR Toll-like Receptor
TMC Trimethyl chitosan
TNF-α Tumor necrosis factor α
VLP Virus-like particle
WD Wing domain
WNV West Nile virus
ZIKV Zika virus

References
1. Lindenbach, B.D.; Thiel, H.-J.; Rice, C.M. Flaviviridae: The Viruses and Their Replication. In Fields Virology; Lippincott Williams &

Wilkins: Philadelphia, PA, USA, 2007.
2. Slon Campos, J.L.; Mongkolsapaya, J.; Screaton, G.R. The Immune Response against Flaviviruses. Nat. Immunol. 2018, 19,

1189–1198. [CrossRef] [PubMed]
3. Roby, J.A.; Hall, R.A.; Setoh, Y.X.; Khromykh, A.A. Post-Translational Regulation and Modifications of Flavivirus Structural

Proteins. J. Gen. Virol. 2015, 96, 1551–1569. [CrossRef]
4. Acosta-Ampudia, Y.; Monsalve, D.M.; Castillo-Medina, L.F.; Rodríguez, Y.; Pacheco, Y.; Halstead, S.; Willison, H.J.; Anaya, J.-M.;

Ramírez-Santana, C. Autoimmune Neurological Conditions Associated With Zika Virus Infection. Front. Mol. Neurosci. 2018, 11,
116. [CrossRef]

5. Stiasny, K.; Fritz, R.; Pangerl, K.; Heinz, F.X. Molecular Mechanisms of Flavivirus Membrane Fusion. Amino Acids 2011, 41,
1159–1163. [CrossRef] [PubMed]

6. Green, A.M.; Beatty, P.R.; Hadjilaou, A.; Harris, E. Innate Immunity to Dengue Virus Infection and Subversion of Antiviral
Responses. J. Mol. Biol. 2014, 426, 1148–1160. [CrossRef] [PubMed]

7. Avirutnan, P.; Fuchs, A.; Hauhart, R.E.; Somnuke, P.; Youn, S.; Diamond, M.S.; Atkinson, J.P. Antagonism of the Complement
Component C4 by Flavivirus Nonstructural Protein NS1. J. Exp. Med. 2010, 207, 793–806. [CrossRef]

8. Avirutnan, P.; Hauhart, R.E.; Somnuke, P.; Blom, A.M.; Diamond, M.S.; Atkinson, J.P. Binding of Flavivirus Nonstructural Protein
NS1 to C4b Binding Protein Modulates Complement Activation. J. Immunol. 2011, 187, 424–433. [CrossRef] [PubMed]

9. Beatty, P.R.; Puerta-Guardo, H.; Killingbeck, S.S.; Glasner, D.R.; Hopkins, K.; Harris, E. Dengue Virus NS1 Triggers Endothelial
Permeability and Vascular Leak That Is Prevented by NS1 Vaccination. Sci. Transl. Med. 2015, 7, 304ra141. [CrossRef]

10. Alayli, F.; Scholle, F. Dengue Virus NS1 Enhances Viral Replication and Pro-Inflammatory Cytokine Production in Human
Dendritic Cells. Virology 2016, 496, 227–236. [CrossRef] [PubMed]

11. Modhiran, N.; Watterson, D.; Muller, D.A.; Panetta, A.K.; Sester, D.P.; Liu, L.; Hume, D.A.; Stacey, K.J.; Young, P.R. Dengue Virus
NS1 Protein Activates Cells via Toll-like Receptor 4 and Disrupts Endothelial Cell Monolayer Integrity. Sci. Transl. Med. 2015, 7,
304ra142. [CrossRef]

12. Puerta-Guardo, H.; Glasner, D.R.; Harris, E. Dengue Virus NS1 Disrupts the Endothelial Glycocalyx, Leading to Hyperpermeabil-
ity. PLoS Pathog. 2016, 12, e1005738. [CrossRef]

http://doi.org/10.1038/s41590-018-0210-3
http://www.ncbi.nlm.nih.gov/pubmed/30333606
http://doi.org/10.1099/vir.0.000097
http://doi.org/10.3389/fnmol.2018.00116
http://doi.org/10.1007/s00726-009-0370-4
http://www.ncbi.nlm.nih.gov/pubmed/19882217
http://doi.org/10.1016/j.jmb.2013.11.023
http://www.ncbi.nlm.nih.gov/pubmed/24316047
http://doi.org/10.1084/jem.20092545
http://doi.org/10.4049/jimmunol.1100750
http://www.ncbi.nlm.nih.gov/pubmed/21642539
http://doi.org/10.1126/scitranslmed.aaa3787
http://doi.org/10.1016/j.virol.2016.06.008
http://www.ncbi.nlm.nih.gov/pubmed/27348054
http://doi.org/10.1126/scitranslmed.aaa3863
http://doi.org/10.1371/journal.ppat.1005738


Vaccines 2021, 9, 946 11 of 12

13. Akey, D.L.; Brown, W.C.; Dutta, S.; Konwerski, J.; Jose, J.; Jurkiw, T.J.; DelProposto, J.; Ogata, C.M.; Skiniotis, G.; Kuhn, R.J.; et al.
Flavivirus NS1 Structures Reveal Surfaces for Associations with Membranes and the Immune System. Science 2014, 343, 881–885.
[CrossRef] [PubMed]

14. Scaturro, P.; Cortese, M.; Chatel-Chaix, L.; Fischl, W.; Bartenschlager, R. Dengue Virus Non-Structural Protein 1 Modulates
Infectious Particle Production via Interaction with the Structural Proteins. PLoS Pathog. 2015, 11, e1005277. [CrossRef]

15. Glasner, D.R.; Puerta-Guardo, H.; Beatty, P.R.; Harris, E. The Good, the Bad, and the Shocking: The Multiple Roles of Dengue
Virus Nonstructural Protein 1 in Protection and Pathogenesis. Annu. Rev. Virol. 2018, 5, 227–253. [CrossRef]

16. Lindenbach, B.D.; Rice, C.M. Genetic Interaction of Flavivirus Nonstructural Proteins NS1 and NS4A as a Determinant of
Replicase Function. J. Virol. 1999, 73, 4611–4621. [CrossRef]

17. Płaszczyca, A.; Scaturro, P.; Neufeldt, C.J.; Cortese, M.; Cerikan, B.; Ferla, S.; Brancale, A.; Pichlmair, A.; Bartenschlager, R. A
Novel Interaction between Dengue Virus Nonstructural Protein 1 and the NS4A-2K-4B Precursor Is Required for Viral RNA
Replication but Not for Formation of the Membranous Replication Organelle. PLoS Pathog. 2019, 15, e1007736. [CrossRef]

18. Gutsche, I.; Coulibaly, F.; Voss, J.E.; Salmon, J.; d’Alayer, J.; Ermonval, M.; Larquet, E.; Charneau, P.; Krey, T.; Mégret, F.; et al.
Secreted Dengue Virus Nonstructural Protein NS1 Is an Atypical Barrel-Shaped High-Density Lipoprotein. Proc. Natl. Acad. Sci.
USA 2011, 108, 8003–8008. [CrossRef]

19. Zhang, H.; Li, W.; Wang, J.; Peng, H.; Che, X.; Chen, X.; Zhou, Y. NS1-Based Tests with Diagnostic Utility for Confirming Dengue
Infection: A Meta-Analysis. Int. J. Infect. Dis. 2014, 26, 57–66. [CrossRef] [PubMed]

20. Libraty, D.H.; Young, P.R.; Pickering, D.; Endy, T.P.; Kalayanarooj, S.; Green, S.; Vaughn, D.W.; Nisalak, A.; Ennis, F.A.; Rothman,
A.L. High Circulating Levels of the Dengue Virus Nonstructural Protein NS1 Early in Dengue Illness Correlate with the
Development of Dengue Hemorrhagic Fever. J. Infect. Dis. 2002, 186, 1165–1168. [CrossRef] [PubMed]

21. Glasner, D.R.; Ratnasiri, K.; Puerta-Guardo, H.; Espinosa, D.A.; Beatty, P.R.; Harris, E. Dengue Virus NS1 Cytokine-Independent
Vascular Leak Is Dependent on Endothelial Glycocalyx Components. PLoS Pathog. 2017, 13, e1006673. [CrossRef]

22. Chen, H.-R.; Chuang, Y.-C.; Chao, C.-H.; Yeh, T.-M. Macrophage Migration Inhibitory Factor Induces Vascular Leakage via
Autophagy. Biol. Open 2015, 4, 244–252. [CrossRef]

23. Chen, H.-R.; Chuang, Y.-C.; Lin, Y.-S.; Liu, H.-S.; Liu, C.-C.; Perng, G.-C.; Yeh, T.-M. Dengue Virus Nonstructural Protein 1 Induces
Vascular Leakage through Macrophage Migration Inhibitory Factor and Autophagy. PLoS Negl. Trop. Dis. 2016, 10, e0004828.
[CrossRef]

24. Thiemmeca, S.; Tamdet, C.; Punyadee, N.; Prommool, T.; Songjaeng, A.; Noisakran, S.; Puttikhunt, C.; Atkinson, J.P.; Diamond,
M.S.; Ponlawat, A.; et al. Secreted NS1 Protects Dengue Virus from Mannose-Binding Lectin–Mediated Neutralization. J. Immunol.
2016, 197, 4053–4065. [CrossRef] [PubMed]

25. Conde, J.N.; da Silva, E.M.; Allonso, D.; Coelho, D.R.; da Andrade, I.S.; de Medeiros, L.N.; Menezes, J.L.; Barbosa, A.S.; Mohana-
Borges, R. Inhibition of the Membrane Attack Complex by Dengue Virus NS1 through Interaction with Vitronectin and Terminal
Complement Proteins. J. Virol. 2016, 90, 9570–9581. [CrossRef] [PubMed]

26. Liu, I.-J.; Chiu, C.-Y.; Chen, Y.-C.; Wu, H.-C. Molecular Mimicry of Human Endothelial Cell Antigen by Autoantibodies to
Nonstructural Protein 1 of Dengue Virus. J. Biol. Chem. 2011, 286, 9726–9736. [CrossRef] [PubMed]

27. Falconar, A.K.I.; Young, P.R.; Miles, M.A. Precise Location of Sequential Dengue Virus Subcomplex and Complex B Cell Epitopes
on the Nonstructural-1 Glycoprotein. Arch. Virol. 1994, 137, 315–326. [CrossRef] [PubMed]

28. Falconar, A.K.I. The Dengue Virus Nonstructural-1 Protein (NS1) Generatesantibodies to Common Epitopes on Human Blood
Clotting, Integrin/Adhesin Proteins and Binds to Humanendothelial Cells: Potential Implications in Haemorrhagic Fever
Pathogenesis. Arch. Virol. 1997, 142, 897–916. [CrossRef]

29. Chuang, Y.-C.; Lei, H.-Y.; Lin, Y.-S.; Liu, H.-S.; Wu, H.-L.; Yeh, T.-M. Dengue Virus-Induced Autoantibodies Bind to Plasminogen
and Enhance Its Activation. J. Immunol. 2011, 187, 6483–6490. [CrossRef]

30. Chen, J.; Ng, M.M.-L.; Chu, J.J.H. Activation of TLR2 and TLR6 by Dengue NS1 Protein and Its Implications in the Immunopatho-
genesis of Dengue Virus Infection. PLoS Pathog. 2015, 11, e1005053. [CrossRef]

31. Modhiran, N.; Watterson, D.; Blumenthal, A.; Baxter, A.G.; Young, P.R.; Stacey, K.J. Dengue Virus NS1 Protein Activates Immune
Cells via TLR4 but Not TLR2 or TLR6. Immunol. Cell Biol. 2017, 95, 491–495. [CrossRef]

32. Vigne, C.; Dupuy, M.; Richetin, A.; Guy, B.; Jackson, N.; Bonaparte, M.; Hu, B.; Saville, M.; Chansinghakul, D.; Noriega, F.; et al.
Integrated Immunogenicity Analysis of a Tetravalent Dengue Vaccine up to 4 y after Vaccination. Hum. Vaccines Immunother.
2017, 13, 2004–2016. [CrossRef]

33. Guy, B.; Jackson, N. Dengue Vaccine: Hypotheses to Understand CYD-TDV-Induced Protection. Nat. Rev. Microbiol. 2016, 14,
45–54. [CrossRef] [PubMed]

34. Hadinegoro, S.R.; Arredondo-García, J.L.; Capeding, M.R.; Deseda, C.; Chotpitayasunondh, T.; Dietze, R.; Ismail, H.I.H.M.;
Reynales, H.; Limkittikul, K.; Rivera-Medina, D.M.; et al. Efficacy and Long-Term Safety of a Dengue Vaccine in Regions of
Endemic Disease. N. Engl. J. Med. 2015, 373, 1195–1206. [CrossRef] [PubMed]

35. Govindarajan, D.; Meschino, S.; Guan, L.; Clements, D.E.; ter Meulen, J.H.; Casimiro, D.R.; Coller, B.-A.G.; Bett, A.J. Preclinical
Development of a Dengue Tetravalent Recombinant Subunit Vaccine: Immunogenicity and Protective Efficacy in Nonhuman
Primates. Vaccine 2015, 33, 4105–4116. [CrossRef]

36. Pinheiro-Michelsen, J.R.; da Souza, R.S.O.; Santana, I.V.R.; da Silva, P.; Mendez, E.C.; Luiz, W.B.; Amorim, J.H. Anti-Dengue
Vaccines: From Development to Clinical Trials. Front. Immunol. 2020, 11, 1252. [CrossRef] [PubMed]

http://doi.org/10.1126/science.1247749
http://www.ncbi.nlm.nih.gov/pubmed/24505133
http://doi.org/10.1371/journal.ppat.1005277
http://doi.org/10.1146/annurev-virology-101416-041848
http://doi.org/10.1128/JVI.73.6.4611-4621.1999
http://doi.org/10.1371/journal.ppat.1007736
http://doi.org/10.1073/pnas.1017338108
http://doi.org/10.1016/j.ijid.2014.02.002
http://www.ncbi.nlm.nih.gov/pubmed/24984164
http://doi.org/10.1086/343813
http://www.ncbi.nlm.nih.gov/pubmed/12355369
http://doi.org/10.1371/journal.ppat.1006673
http://doi.org/10.1242/bio.201410322
http://doi.org/10.1371/journal.pntd.0004828
http://doi.org/10.4049/jimmunol.1600323
http://www.ncbi.nlm.nih.gov/pubmed/27798151
http://doi.org/10.1128/JVI.00912-16
http://www.ncbi.nlm.nih.gov/pubmed/27512066
http://doi.org/10.1074/jbc.M110.170993
http://www.ncbi.nlm.nih.gov/pubmed/21233208
http://doi.org/10.1007/BF01309478
http://www.ncbi.nlm.nih.gov/pubmed/7944953
http://doi.org/10.1007/s007050050127
http://doi.org/10.4049/jimmunol.1102218
http://doi.org/10.1371/journal.ppat.1005053
http://doi.org/10.1038/icb.2017.5
http://doi.org/10.1080/21645515.2017.1333211
http://doi.org/10.1038/nrmicro.2015.2
http://www.ncbi.nlm.nih.gov/pubmed/26639777
http://doi.org/10.1056/NEJMoa1506223
http://www.ncbi.nlm.nih.gov/pubmed/26214039
http://doi.org/10.1016/j.vaccine.2015.06.067
http://doi.org/10.3389/fimmu.2020.01252
http://www.ncbi.nlm.nih.gov/pubmed/32655561


Vaccines 2021, 9, 946 12 of 12

37. Osorio, J.E.; Wallace, D.; Stinchcomb, D.T. A Recombinant, Chimeric Tetravalent Dengue Vaccine Candidate Based on a Dengue
Virus Serotype 2 Backbone. Expert Rev. Vaccines 2016, 15, 497–508. [CrossRef]

38. Waickman, A.T.; Friberg, H.; Gargulak, M.; Kong, A.; Polhemus, M.; Endy, T.; Thomas, S.J.; Jarman, R.G.; Currier, J.R. Assessing
the Diversity and Stability of Cellular Immunity Generated in Response to the Candidate Live-Attenuated Dengue Virus Vaccine
TAK-003. Front. Immunol. 2019, 10, 1778. [CrossRef]

39. Sharma, M.; Glasner, D.R.; Watkins, H.; Puerta-Guardo, H.; Kassa, Y.; Egan, M.A.; Dean, H.; Harris, E. Magnitude and
Functionality of the NS1-Specific Antibody Response Elicited by a Live-Attenuated Tetravalent Dengue Vaccine Candidate. J.
Infect. Dis. 2020, 221, 867–877. [CrossRef]

40. Ambuel, Y.; Young, G.; Brewoo, J.N.; Paykel, J.; Weisgrau, K.L.; Rakasz, E.G.; Haller, A.A.; Royals, M.; Huang, C.Y.-H.; Capuano,
S.; et al. A Rapid Immunization Strategy with a Live-Attenuated Tetravalent Dengue Vaccine Elicits Protective Neutralizing
Antibody Responses in Non-Human Primates. Front. Immunol. 2014, 5, 363. [CrossRef]

41. Jearanaiwitayakul, T.; Sunintaboon, P.; Chawengkittikul, R.; Limthongkul, J.; Midoeng, P.; Warit, S.; Ubol, S. Nanodelivery System
Enhances the Immunogenicity of Dengue-2 Nonstructural Protein 1, DENV-2 NS1. Vaccine 2020, 38, 6814–6825. [CrossRef]

42. Gonçalves, A.J.S.; Oliveira, E.R.A.; Costa, S.M.; Paes, M.V.; Silva, J.F.A.; Azevedo, A.S.; Mantuano-Barradas, M.; Nogueira,
A.C.M.A.; Almeida, C.J.; Alves, A.M.B. Cooperation between CD4+ T Cells and Humoral Immunity Is Critical for Protection
against Dengue Using a DNA Vaccine Based on the NS1 Antigen. PLoS Negl. Trop. Dis. 2015, 9, e0004277. [CrossRef]

43. Costa, S.M.; Freire, M.S.; Alves, A.M.B. DNA Vaccine against the Non-Structural 1 Protein (NS1) of Dengue 2 Virus. Vaccine 2006,
24, 4562–4564. [CrossRef]

44. Costa, S.M.; Azevedo, A.S.; Paes, M.V.; Sarges, F.S.; Freire, M.S.; Alves, A.M.B. DNA Vaccines against Dengue Virus Based on the
Ns1 Gene: The Influence of Different Signal Sequences on the Protein Expression and Its Correlation to the Immune Response
Elicited in Mice. Virology 2007, 358, 413–423. [CrossRef]

45. Pinto, P.B.A.; Assis, M.L.; Vallochi, A.L.; Pacheco, A.R.; Lima, L.M.; Quaresma, K.R.L.; Pereira, B.A.S.; Costa, S.M.; Alves, A.M.B.
T Cell Responses Induced by DNA Vaccines Based on the DENV2 E and NS1 Proteins in Mice: Importance in Protection and
Immunodominant Epitope Identification. Front. Immunol. 2019, 10, 1522. [CrossRef] [PubMed]

46. Wu, S.-F.; Liao, C.-L.; Lin, Y.-L.; Yeh, C.-T.; Chen, L.-K.; Huang, Y.-F.; Chou, H.-Y.; Huang, J.-L.; Shaio, M.-F.; Sytwu, H.-K.
Evaluation of Protective Efficacy and Immune Mechanisms of Using a Non-Structural Protein NS1 in DNA Vaccine against
Dengue 2 Virus in Mice. Vaccine 2003, 21, 3919–3929. [CrossRef]

47. Zhang, M.; Sun, J.; Li, M.; Jin, X. Modified MRNA-LNP Vaccines Confer Protection against Experimental DENV-2 Infection in
Mice. Mol. Ther. Methods Clin. Dev. 2020, 18, 702–712. [CrossRef] [PubMed]

48. Amorim, J.H.; Diniz, M.O.; Cariri, F.A.M.O.; Rodrigues, J.F.; Bizerra, R.S.P.; Gonçalves, A.J.S.; de Barcelos Alves, A.M.; de Souza
Ferreira, L.C. Protective Immunity to DENV2 after Immunization with a Recombinant NS1 Protein Using a Genetically Detoxified
Heat-Labile Toxin as an Adjuvant. Vaccine 2012, 30, 837–845. [CrossRef] [PubMed]

49. Wan, S.-W.; Lu, Y.-T.; Huang, C.-H.; Lin, C.-F.; Anderson, R.; Liu, H.-S.; Yeh, T.-M.; Yen, Y.-T.; Wu-Hsieh, B.A.; Lin, Y.-S. Protection
against Dengue Virus Infection in Mice by Administration of Antibodies against Modified Nonstructural Protein 1. PLoS ONE
2014, 9, e92495. [CrossRef]

50. Espinosa, D.A.; Beatty, P.R.; Reiner, G.L.; Sivick, K.E.; Glickman, L.H.; Dubensky, T.W.; Harris, E. Cyclic Dinucleotide–Adjuvanted
Dengue Virus Nonstructural Protein 1 Induces Protective Antibody and T Cell Responses. J. Immunol. 2019, 202, 1153–1162.
[CrossRef]

51. Lai, Y.-C.; Chuang, Y.-C.; Liu, C.-C.; Ho, T.-S.; Lin, Y.-S.; Anderson, R.; Yeh, T.-M. Antibodies Against Modified NS1 Wing Domain
Peptide Protect Against Dengue Virus Infection. Sci. Rep. 2017, 7, 6975. [CrossRef] [PubMed]

52. Redoni, M.; Yacoub, S.; Rivino, L.; Giacobbe, D.R.; Luzzati, R.; Di Bella, S. Dengue: Status of Current and Under-development
Vaccines. Rev. Med. Virol. 2020, 30, e201. [CrossRef] [PubMed]

53. Grgacic, E.V.L.; Anderson, D.A. Virus-like Particles: Passport to Immune Recognition. Methods 2006, 40, 60–65. [CrossRef]
54. Zhang, N.; Li, C.; Jiang, S.; Du, L. Recent Advances in the Development of Virus-Like Particle-Based Flavivirus Vaccines. Vaccines

2020, 8, 481. [CrossRef]
55. Reyes-Sandoval, A.; Ludert, J.E. The Dual Role of the Antibody Response Against the Flavivirus Non-Structural Protein 1 (NS1)

in Protection and Immuno-Pathogenesis. Front. Immunol. 2019, 10, 1651. [CrossRef] [PubMed]
56. Lin, C.-F.; Lei, H.-Y.; Shiau, A.-L.; Liu, C.-C.; Liu, H.-S.; Yeh, T.-M.; Chen, S.-H.; Lin, Y.-S. Antibodies from Dengue Patient Sera

Cross-React with Endothelial Cells and Induce Damage. J. Med. Virol. 2003, 69, 82–90. [CrossRef]
57. Lin, C.-F.; Chiu, S.-C.; Hsiao, Y.-L.; Wan, S.-W.; Lei, H.-Y.; Shiau, A.-L.; Liu, H.-S.; Yeh, T.-M.; Chen, S.-H.; Liu, C.-C.; et al.

Expression of Cytokine, Chemokine, and Adhesion Molecules during Endothelial Cell Activation Induced by Antibodies against
Dengue Virus Nonstructural Protein 1. J. Immunol. 2005, 174, 395–403. [CrossRef]

58. Lin, S.-W.; Chuang, Y.-C.; Lin, Y.-S.; Lei, H.-Y.; Liu, H.-S.; Yeh, T.-M. Dengue Virus Nonstructural Protein NS1 Binds to
Prothrombin/Thrombin and Inhibits Prothrombin Activation. J. Infect. 2012, 64, 325–334. [CrossRef] [PubMed]

http://doi.org/10.1586/14760584.2016.1128328
http://doi.org/10.3389/fimmu.2019.01778
http://doi.org/10.1093/infdis/jiz081
http://doi.org/10.3389/fimmu.2014.00263
http://doi.org/10.1016/j.vaccine.2020.08.021
http://doi.org/10.1371/journal.pntd.0004277
http://doi.org/10.1016/j.vaccine.2005.08.022
http://doi.org/10.1016/j.virol.2006.08.052
http://doi.org/10.3389/fimmu.2019.01522
http://www.ncbi.nlm.nih.gov/pubmed/31333657
http://doi.org/10.1016/S0264-410X(03)00310-4
http://doi.org/10.1016/j.omtm.2020.07.013
http://www.ncbi.nlm.nih.gov/pubmed/32913878
http://doi.org/10.1016/j.vaccine.2011.12.034
http://www.ncbi.nlm.nih.gov/pubmed/22178517
http://doi.org/10.1371/journal.pone.0092495
http://doi.org/10.4049/jimmunol.1801323
http://doi.org/10.1038/s41598-017-07308-3
http://www.ncbi.nlm.nih.gov/pubmed/28765561
http://doi.org/10.1002/rmv.2101
http://www.ncbi.nlm.nih.gov/pubmed/32101634
http://doi.org/10.1016/j.ymeth.2006.07.018
http://doi.org/10.3390/vaccines8030481
http://doi.org/10.3389/fimmu.2019.01651
http://www.ncbi.nlm.nih.gov/pubmed/31379848
http://doi.org/10.1002/jmv.10261
http://doi.org/10.4049/jimmunol.174.1.395
http://doi.org/10.1016/j.jinf.2011.11.023
http://www.ncbi.nlm.nih.gov/pubmed/22138554

	Dengue Disease 
	Biology and Function of the DENV NS1 Protein 
	Secreted Soluble NS1 Contributes to the Pathogenesis of Severe Dengue 
	Soluble NS1 as a Significant Focus for Dengue Vaccine Strategies 
	Immunity to the DENV NS1 Protein 
	The Current Challenges for Dengue Vaccine Development 
	DENV Vaccine Candidates Expressing sNS1 

	Concluding Remarks 
	References

