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Abstract: Dengue virus (DENV) genome amplification is a process that involves the viral
RNA, cellular and viral proteins, and a complex architecture of cellular membranes. The
viral RNA is not a passive template during this process; it plays an active role providing
RNA signals that act as promoters, enhancers and/or silencers of the replication process.
RNA elements that modulate RNA replication were found at the 5' and 3' UTRs and within
the viral coding sequence. The promoter for DENV RNA synthesis is a large stem loop
structure located at the 5' end of the genome. This structure specifically interacts with the
viral polymerase NS5 and promotes RNA synthesis at the 3' end of a circularized genome.
The circular conformation of the viral genome is mediated by long range RNA-RNA
interactions that span thousands of nucleotides. Recent studies have provided new
information about the requirement of alternative, mutually exclusive, structures in the viral
RNA, highlighting the idea that the viral genome is flexible and exists in different
conformations. In this article, we describe elements in the promoter SLA and other RNA
signals involved in NS5 polymerase binding and activity, and provide new ideas of
how dynamic secondary and tertiary structures of the viral RNA participate in the viral
life cycle.
Keywords: flavivirus RNA; dengue virus; viral RdRp; genome cyclization; RNA
structures; viral RNA replication; NS5 protein
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1. Introduction: DENV Life Cycle
Dengue virus (DENV) is a member of the Flavivirus genus of the Flaviviridae family [1]. The
Flavivirus genus includes other important human pathogens such as yellow fever (YFV), West Nile
(WNV), Japanese encephalitis (JEV), and tick borne encephalitis (TBEV) [1]. Flaviviruses are
enveloped viruses with a single stranded, ~11 kb, positive-sense RNA genome. The genome encodes a
single long open reading frame (ORF), flanked by highly structured 5' and 3' untranslated regions
(UTRs).
The virus enters the host cell by receptor mediated endocytosis. Upon internalization and
acidification of the endosome, fusion of viral and vesicular membranes allows release of the genomic
RNA into the cytoplasm, which serves as mRNA. Translation of the single ORF at the rough ER
produces a large polyprotein that is cleaved co- and posttranslationally into the mature proteins. The
N-terminal of the polyprotein encodes the three structural proteins (C-prM-E), followed by at least
seven non-structural (NS) proteins (NS1-NS2A-NS2B-NS3-NS4A-NS4B-NS5) (Figure 1A) [2].
After translation of the RNA, virus-induced hypertrophy of intracellular membranes occurs,
originating structures known as convoluted membranes and vesicle packets [3–5]. Flavivirus RNA
synthesis occurs in close association with cellular membranes inside the vesicle packets in so-called
viral replication complexes. The process begins with the synthesis of a negative strand RNA, which
serves as template for the amplification of additional positive strand genomic RNA. The enzymatic
reaction is catalyzed by the RNA-dependent RNA polymerase (RdRp) activity of the viral NS5
protein, in association with the viral protease/helicase NS3, other viral NS proteins, and presumably
host factors. The newly synthesized RNA associates to the capsid (C) protein by a mechanism still
unknown. The RNA-C complex buds into the ER lumen acquiring the lipid bilayer, and the viral E and
prM proteins. Furin-mediated proteolysis of prM in the trans-Golgi network [6] triggers rearrangement,
homodimerization of E, and formation of new viral particles [7].
2. RNA Structures in the DENV Genome
The DENV genome is 11 kb long, has a type 1 cap (m7GpppAmp) structure at the 5' end, and lacks
a poly(A) tail at the 3' end. Besides encoding viral proteins, the genome contains RNA structures that
regulate different viral processes. Upon infection, the incoming genome serves as mRNA for
translation, and subsequently, as template for RNA synthesis. The newly synthesized RNA can be used
for new rounds of translation or as substrate for encapsidation. Efficient utilization of the genome
during these processes must be temporally regulated to ensure viral spread. This regulation is mediated
by RNA elements present in the coding and non-coding regions of the viral genome acting as
promoters, enhancers, and repressors of the viral processes. In addition, during infection the viral RNA
participates in triggering or avoiding the antiviral host response [8,9].
DENV 5'UTRs are between 95 to 101 nucleotides long. They contain two RNA domains with
distinct functions during viral RNA synthesis. The first domain of ~70 nucleotides is predicted to fold
into a large stem-loop (SLA, Figure 1B). A similar structure is present at the 5’UTR of other members
of the Flavivirus genus [10–14]. DENV SLA has been proposed to act as the promoter for the viral
RdRp (NS5). Direct binding of NS5 to SLA was shown to be necessary for viral RNA synthesis [15,16].
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The second domain of the DENV 5'UTR is predicted to form a short stem loop (SLB), which contains
essential sequences for long range RNA-RNA interaction and genome replication [17]. The two
domains are separated by an oligo(U) sequence, which functions as spacer for proper function of the
two stem loops (Figure 1B) [14]. The SLA is predicted to have a Y shaped structure, which was
recently confirmed by enzymatic and chemical probing [14–18]. These studies indicate the presence of
three helical regions (S1, S2, and S3) interrupted by bulges and highly reactive single stranded regions,
in agreement with the presence of a side stem loop and a top loop (Figure 1B) [14]. The conserved
structural elements described within the SLA of DENV are also found at the 5' end of other members
of the flavivirus genus (reviewed in [19]). In an initial study by Brinton and Dispoto, the 5'UTR
sequences of different mosquito-borne flaviviruses were compared [12]. This study indicated that
conserved secondary structures were present at the 5' end of West Nile virus (WNV), Saint Louis
encephalitis virus (SLEV), DENV, yellow fever virus (YFV), and Murray Valley encephalitis virus
(MVEV) [12]. More recently, the predicted structures at the 5' end of the genomes of tick-borne
flaviviruses and flaviviruses with no known vector were found to be similar to that observed in the
mosquito-borne flavivirus [13,20,21]. Within the coding sequence, just downstream of the AUG
translation initiation codon, a stable hairpin (cHP, Figure 1B) was found in the DENV genome to be
required for viral RNA replication [22].
Specific structures at the 3' end of the viral genome also play crucial roles in viral RNA synthesis.
The approximately 450 nucleotide long DENV 3'UTR can be divided into three domains (Figure 1C).
Domain I is located immediately after the stop codon [23], and is the most variable region within the
viral 3'UTR (VR). It exhibits extensive size variation between serotypes; ranging from more than 120
nucleotides to less than 50 nucleotides [24–29]. Domain II includes a characteristic dumbbell (DB)
structure, which is duplicated in tandem (Figure 1C) [24–26]. The DB elements contain conserved
sequences named CS2 and RCS2 (repeated CS2) present in all mosquito-borne flaviviruses [30–33]. In
addition, sequences within the DB elements were proposed to be involved in two pseudoknot
structures [34]. A recent report indicated a functional role of the pseudoknot structure during viral
translation and RNA synthesis [35]. Although RNA elements within domains I and II are
considered to be dispensable for flavivirus replication, these structures serve as enhancers of viral
processes [23,36–39]. Domain III is the most conserved region of the 3'UTR, bearing a CS1 element
followed by a terminal stem-loop structure (3'SL). CS1 contains a sequence involved in long range
RNA-RNA interaction between the ends of the viral genome [30]. The 3' terminal structure contains a
short stem loop of 14 nucleotides (sHP) followed by a large stem loop of 79 nucleotides. The two
adjacent structures involve 93 nucleotides and are referred to as 3'SL (Figure 1C). The existence and
the essential role of the 3'SL have been supported by secondary structure predictions, co-variation
analysis, biochemical probing, and functional studies in DENV and other members of the Flaviviridae
family [2,16,30,40–48].

Viruses 2011, 3
Figure 1. Schematic representation of the Dengue virus (DENV) genome. (a) The viral 5'
and 3' untranslated regions (UTRs) and the open reading frame indicating structural
proteins (C-prM-E) and non-structural proteins (NS1-NS2AB-NS3-NS4AB-NS5). The
location of the complementary sequences 5'-3'CS and 5'-3'UAR are also indicated by solid
and dashed lines, respectively. (b) Predicted secondary structure of the 5' terminal region
of the DENV genome. Structural elements located at the 5' end: stem loop A (SLA), stem
loop B (SLB), oligo(U) track spacer, translation initiator AUG, capsid region
hairpin (cHP), and the 5'CS element. (c) Schematic representation of predicted RNA
elements at the 3'UTR of the DENV genome. The predicted secondary structures of the
three defined domains are indicated: domain I (variable region, VR), domain II (dumbbell
structures, DB1 and DB2), and domain III (conserved sequence CS1 and 3'SL). In addition,
the location and sequence of each of the conserved elements corresponding to RCS2, CS2,
3'CS, and 3'UAR are shown.
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A conserved feature of DENV and other flavivirus genomes is the presence of inverted
complementary sequences at the ends of the RNA that mediate long-range RNA-RNA interactions
[10,11,17,30,49–51]. The significance of genome cyclization during viral replication is now beginning
to be uncovered. At least two pairs of complementary regions and adjacent nucleotides are necessary
for DENV genome cyclization (Figure 1A) (reviewed in [52]). These regions are known as 5'-3'CS and
5'-3'UAR, of 11 and 16 nucleotide long, respectively, and the adjacent DAR sequence [53]. The 5'CS
is located inside the ORF, encoding amino acids 13 to 16 of the N-terminus of the capsid protein, and
the 3'CS is located upstream of the highly conserved 3'SL (Figure 2). The 5'UAR is in the 5'UTR, just
upstream of the translation initiator AUG, and the 3'UAR is located within the 3’SL, overlapping both
the sHP and the bottom half of the large stem. The DAR region located between 5'UAR and 5'CS at
the 5', overlaps with the sHP within the 3'SL. Hybridization of the ends of the DENV genome results
in conformational changes within conserved RNA structures: (a) the SLB and the sHP of the 3'SL open
to form a duplex, (b) the large stem of the 3'SL opens, and (c) the sequences 5' and 3' CS form a double
stranded region (Figure 2). Visualization of the DENV genome using atomic force microscopy (AFM)
demonstrated cyclization of individual molecules by long range RNA-RNA interaction [17].
Studies from many different laboratories using infectious clones and replicon systems
provided compelling evidence for the essential role of genome cyclization during flavivirus replication
[17,39,49,54–57]. Mismatches within complementary regions did not alter translation of the viral RNA
but greatly decreased RNA synthesis, leading in some cases to undetectable levels of viral replication.
Compensatory mutations that restored 5'-3' base pairing rescued RNA synthesis, indicating a role of
RNA-RNA complementarity rather than the nucleotide sequence per se for viral replication [17,55,58].
Figure 2. Schematic representation of predicted conformational changes in the transition
between the linear and circular conformation of the DENV genome. Predicted changes of
conserved RNA structures upon 5'-3' end hybridization are indicated: a) the SLB and the
sHP of the 3'SL observed in the linear conformation of the RNA open to form an extended
duplex in the circular form, b) the large stem of the 3'SL observed in the linear form opens,
releasing the last nucleotides of the genome in the circular form, and c) the complementary
sequences 5' and 3' CS interact in the circular form to generate a double stranded region.
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More recently, it has been shown that the DENV genome is a dynamic molecule that acquires
different conformations during viral replication [59]. In this regard, a balance between linear
and circular forms of the genome (as described in detail below) has been found to be crucial for
viral replication.
3. Functional Significance of DENV Genome Cyclization
An essential role of genome cyclization for replication of DENV and other flaviviruses has been
demonstrated (for review see [52]). Molecular details that explain the requirement of genome
cyclization were obtained by dissecting RNA elements involved in viral polymerase recognition.
Studies performed by Padmanabhan and collaborators provided the first evidence that both ends of the
DENV genome were necessary for RNA synthesis [52]. Using different regions of the DENV genome,
the SLA structure present at the viral 5'UTR was found to be essential for specific NS5 polymerase
binding and activity [15]. The location of the promoter element at the 5' end of the genome was
unexpected because the site for initiation of RNA synthesis is the 3' end of the viral RNA. These
findings indicated communication between the 5' and 3' ends of the genome during the RNA
amplification process. The current model for DENV minus strand RNA synthesis includes NS5
binding at the 5' end of the genome and relocation of the polymerase at the 3' initiation site by genome
cyclization mediated by long range RNA-RNA interactions [15].
Using in vitro polymerase assays with recombinant proteins, it has been demonstrated that an RNA
molecule carrying the SLA was able to promote RNA synthesis by NS5 only if templates up to 500
nucleotides in length were used. It was proposed that the polymerase was unable to reach the 3' end
initiation site of longer RNA molecules. However, RNAs of about 2 kb carrying the 5' and 3' end viral
sequences, which resemble the viral genome, were efficient templates for polymerase activity provided
that the cyclization sequences were intact. This observation supported the notion that long range 5'-3'
RNA-RNA interactions in the template are necessary for the polymerase to reach the 3' end of long
RNA molecules. Mutagenesis analysis in the context of DENV infectious clones confirmed the
requirement of both the SLA structure and the complementary sequences for viral RNA replication in
cell culture. A correlation between the RNA structural elements required for polymerase activity
in vitro and viral RNA replication in infected cells was observed, confirming the central role of the
SLA promoter in viral RNA synthesis [14,15].
While it is not surprising to find a core promoter for RNA synthesis at the 3' end of a viral genome,
it is still intriguing why certain plus strand RNA viruses, such as DENV, would have promoters or
enhancer elements for RNA replication at the 5' end of the genome. Location of cis-acting RNA
signals along the genome, and in some cases, thousands of nucleotides away from their site of action,
indicates high flexibility of viral RNA molecules.
4. Elements of the SLA Promoter for NS5 Binding and Polymerase Activity
NS5 is the largest and the most conserved of the flavivirus proteins. It contains an N-terminal
methyl transferase domain (MTase) and a C-terminal RdRp domain. The structure of the NS5
C-terminal domain of DENV revealed a classical polymerase fold, bearing palm, thumb, and finger
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motifs [60]. The presence of a priming loop found in this structure is consistent with in vitro data
indicating a primer-independent (de novo) mechanism of initiation of flavivirus polymerases [61–63].
The viral protein NS5 has the ability to bind RNA with high affinity. Using mobility shift and
filter binding assays, specific interaction of the full length NS5 and the RdRp domain of DENV
with the 5' terminal region of the viral genome was observed [15,64]. These proteins form specific
ribonucleoprotein complexes with apparent dissociation constants (Kd) of 14 and 12 nM, for NS5 and
the RdRp, respectively. Binding of the MTase domain to the viral RNA was also observed but with
low affinity (Kd > 240 nM), indicating that DENV NS5 binds to the promoter SLA mainly through the
RdRp domain [64,65].
Alignments of the SLA sequence from different flaviviruses together with probing analysis,
indicated the presence of conserved structural RNA elements [14]. The SLA contains three helical
regions (S1, S2, and S3), a top loop, and a side stem loop (Figure 1B). The S1 and S2 regions represent
one of the most conserved elements within the flavivirus 5'UTRs [10]. In contrast, the sequence and
structure of S3 and the side stem loop show the most variations. Recent reports have investigated the
role of each of the conserved elements within the SLA promoter. Mutations within the SLA structure
in the context of full length viral RNAs allowed the identification of sequences and structures
necessary for viral replication [14,15].
Infectious DENV RNAs with mutations at each side of stems S1 and S2, disrupting stem formation,
showed impaired replication. Revertant viruses carrying spontaneous mutations were found to partially
reconstitute the helical regions. In addition, mutations at both sides of the stems, maintaining the
structure but changing the nucleotide sequence, replicated efficiently. These observations, together
with the sequence conservation, and the co-variations observed in different positions within S1 and S2,
indicated a requirement of the bottom part of the SLA for viral replication. Deletion or substitution of
the conserved U62U63 bulge between the helical regions S1 and S2, indicated that this element is
essential for replication, and that at least one U residue in the bulge is required. Substitution of the UU
bulge for an AA bulge gave rise to revertant viruses with a UA bulge, confirming the requirement of at
least one U in that position. Deletion of the side stem loop abolished viral replication, however,
changing the sequence of the stem, the sequence of the loop, or modifying the length of the stem
resulted in RNAs that were able to replicate [14]. Regarding the helical region S3, substitutions
disrupting three base pairings in the middle of S3 yielded viral RNAs that replicated as efficiently as
the parental RNA. However, disruption of the closing base pairing at the top of S3 was lethal,
suggesting that although S3 tolerates large variations, structural features of this region are important
for viral replication. Substitution of nucleotides present at the top loop of SLA resulted in spontaneous
mutations that rescued viral replication, suggesting an essential role of this element.
Footprinting studies carried out to investigate the interaction of NS5 with the viral 5'UTR RNA
were recently reported [64]. Both NS5 and the RdRp domain showed protection of different regions of
the SLA, including nucleotides at the top loop and the side stem loop. In vitro RNA binding assays
using mutated RNAs with deletions of the top loop or the side stem loop showed a requirement of
these two elements of the SLA for efficient ribonucleoprotein complex formation and polymerase
activity in vitro [64]. Mobility shift assays were also used to investigate the elements of SLA involved
in stable RNA-NS5 complex formation. The U bulge between S1 and S2 was found to be dispensable
for NS5 binding or in vitro polymerase activity. The essential role of this U bulge in viral replication
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suggested an additional function of this element in infected cells. Substitutions of nucleotides present
at the top loop of SLA inactivated the promoter for in vitro polymerase activity, which correlated with
the lack of viral replication of RNAs carrying these mutations in transfected cells. Moreover, when the
spontaneous changes obtained in the revertant viruses in cell culture were introduced in the SLA used
for the in vitro assay, promoter activity was restored. Interestingly, RNA-protein binding studies with
the top loop SLA mutants indicated that NS5 was able to form high affinity complexes that were
inactive for RNA synthesis. This allowed dissociation of polymerase binding from polymerase
activity, providing evidence for a post-binding activation of the polymerase [64].
A mutagenesis analysis of DENV NS5 to identify specific requirements for promoter-dependent
polymerase activity was recently reported. In this study, a battery of 19 amino acid substitutions of
basic residues present on the surface of the protein were designed in a recombinant protein and in the
context of a DENV infectious clone [65]. Evaluation of polymerase activity using a non-specific
poly(C) template or the viral 5'UTR revealed that mutation of amino acids present at the F1 region in
the fingers domain of NS5 impaired SLA dependent initiation of RNA synthesis, without affecting
elongation activity of the protein [65]. It has been proposed that interaction of specific nucleotides of
the SLA promoter with NS5 induces a conformational change in the protein, which presumably
involves the F1 motif, yielding a catalytically active enzyme. To understand in molecular detail the
mechanism by which the SLA promotes RNA synthesis and to define the role of possible
conformational changes in NS5 and/or the viral RNA during this process, three-dimensional structural
studies of the complex formed between the SLA promoter and the viral RdRp will be necessary.
5. RNA Synthesis Silencing by the 3'SL Structure
The NS5 polymerase binds the SLA promoter and initiates de novo RNA synthesis copying from
the 3' end of the genome. Although 3' nucleotides of the 3'SL must be recognized by the polymerase
during the initiation process, the 3'UTR by itself does not function as template for in vitro RNA
synthesis [15,66]. In addition, recent studies have shown that RNA molecules carrying an intact SLA
promoter fused to the 3'SL structure are also inactive as templates for RNA synthesis [64].
Mutagenesis at the 3' end of these molecules, together with in vitro polymerase assays, revealed that
the large and stable stem of the 3'SL, represses RNA synthesis.
In the context of the viral genome, hybridization of the complementary sequences 5'-3'UAR induces
conformational changes within the SLB at the 5'UTR, and the bottom half of the 3'SL at the 3'UTR
(Figure 2). In this regard, it was proposed that hybridization of complementary sequences could play a
dual role: (i) to bring the polymerase-SLA promoter near the 3' end of the genome and (ii) to open the
large stem of the 3'SL structure by 5'-3'UAR hybridization [64].
It has been reported that the DENV RdRp has a narrow template channel, which would only
accommodate a 3' end of an RNA in a single stranded form [60]. Thus, this structural constraint in the
viral polymerase could explain the inhibitory effect of the 3'SL structure. The requirement of a
conformational change within the 3'SL for RNA synthesis was recently investigated using a previously
reported trans initiation polymerase assay [14,15,55,66]. In this assay, two different RNA molecules
are included as templates: one containing the SLA followed by the 5' cyclization elements, and the
other one corresponding to the viral 3'UTR. These two molecules interact in solution to form an
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RNA-RNA complex resembling the ends of the genome in the circular conformation (Figure 3A). In
these conditions, the polymerase copies the 5'RNA molecule in cis and the 3’UTR molecule in trans.
The trans initiation of RNA synthesis was demonstrated to be absolutely dependent on RNA-RNA
hybridization [17,55,58]. Using this assay with mutated 3'UTR molecules, it was shown that opening
the 3'SL structure by UAR hybridization or by designing RNA molecules with unstructured 3' ends,
the inhibitory effect of the 3'SL structure was released. In addition, molecules that were able to form
RNA-RNA complexes by artificially designed complementary sequences outside the 3'SL were useful
to dissociate the two different roles proposed for 5'-3'UAR hybridization. Using these molecules, the
requirement of an open bottom half of the 3'SL for RNA synthesis was confirmed. Previous studies
have demonstrated that the 3'SL, including the structure of the large stem, is essential for DENV
replication. Mutations that impair formation of the bottom half of the stem resulted in spontaneous
mutations that restore the structure [67]. Together, the available information indicates that the 3'SL
exists as structure during viral replication; however, this RNA structure must change in order to adopt
an open conformation during the initiation of minus strand RNA synthesis.
6. Elements Downstream of the SLA that Modulate RNA Synthesis
Between the SLA structure and the 5'UAR sequence at the viral 5'UTR there is an oligo(U) track
conserved in DENV and other flavivirus genomes (Figure 1B). Different studies using infectious
clones, replicon systems, and in vitro assays showed that the oligo(U) track functions as spacer that
enhances viral RNA synthesis [14]. Deletion of six Us downstream of the SLA in a DENV infectious
clone resulted in viral attenuation. Replication of this virus was greatly delayed, and sequencing
analysis of viral stocks obtained after several passages indicated that the 6U deletion was maintained.
Also, it was demonstrated that the nucleotide sequence per se was not an important determinant for
replication because replacement of 6Us by 6As yielded viruses with phenotypes that were
indistinguishable from that of the parental virus. In addition, incorporation of the 6U deletion into a
DENV replicon system indicated that translation of the RNA was unaffected while RNA synthesis was
reduced about 40-fold [14].
The mechanism by which the oligo(U) track enhanced DENV RNA synthesis was investigated by
testing the ability of the 5'UTR with or without the U track to interact with the 3' end of the genome,
and to promote polymerase activity using the trans initiation assay described above (Figure 3). These
studies indicated that the long-range RNA-RNA interaction and the SLA promoter activity in cis were
unaffected by the deletion. However, the trans initiation activity was seriously compromised when the
oligo(U) spacer was shortened (Figure 3B). A direct correlation of RNA synthesis with the length of
the U track was observed.
Recent footprinting studies indicated that binding of the DENV RdRp to the 5'UTR induces large
conformational changes downstream of the SLA promoter, within the oligo(U) track spacer [64].
Nucleotides located at position 70 to 80 of the 5'UTR became highly susceptible to RNase A cleavage
when bound to the viral polymerase [64]. These results together with the requirement of the oligo(U)
spacer for RNA synthesis, provide evidence that polymerase binding to the viral 5' end structure, in the
context of the 5'-3' RNA-RNA complex, leads to RNA conformational changes outside the SLA and
the 3'SL.

Viruses 2011, 3
Figure 3. Representation of the in vitro trans initiation assay for RNA synthesis.
(a) Formation of an RNA-RNA complex between the first 160 nucleotides of the viral
genome (5'UTR-5'CS) and the viral 3'UTR allows the RNA-dependent RNA polymerase
(RdRp) to initiate RNA synthesis at the 3' end of both molecules, as indicated
schematically in the figure. On the right, a representative native polyacrylamide gel shows
the radiolabeled RNA products obtained after incubation of the viral RdRp with the
templates described at the top of the figure. (b) Schematic representation of the role of a
spacer sequence for RNA synthesis. The oligo(U) track spacer located between the SLA
and the hybridized 5'-3' UAR sequences allows accommodation of the RdRp to initiate
RNA synthesis at the 3'UTR. In contrast, an RNA molecule carrying an intact SLA but a
deletion of the oligo(U) spacer is unable to promote RNA synthesis in trans.
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7. Dynamic Conformations of the DENV Genome Are Necessary for RNA Synthesis
A sequence at the 5' end of the 3'SL, which includes the 3'UAR cyclization element, forms a small
hairpin (sHP) (Figure 2). Thus, nucleotides of the sHP fold into two alternative structures: they form
an extended duplex in the circular conformation of the genome or fold locally into the sHP. Mutations
in a DENV full-length RNA indicated that alteration of any of the two structures, the duplex or
the sHP, impairs viral RNA replication [59]. The overlapping nature of these structures and the
essential requirement of both for viral RNA synthesis indicated that the viral genome must exist in at
least two different conformations during infection. Unlike well studied riboswitches in cellular
RNAs, the importance of conformational changes in viral RNAs during infection is a new area of
investigation [68,69]. How and why viral RNAs change their structure is still unclear. It is likely that
host or viral proteins that interact with the RNA could participate in modulating this process. For
instance, the RNA helicase activity of the viral protein NS3 is essential for genome replication,
however, the mechanism by which this protein regulates the viral RNA structure is poorly understood.
In addition, a number of host proteins have been reported to bind the viral RNA. For example, in vitro
studies have demonstrated the binding of cellular proteins to different regions of flavivirus 3'UTRs.
Binding of EF-1, TIA, the related protein TIAR, PTB, YB-1, Mov34, human La autoantigen, and
NF90 to the viral RNA has been demonstrated [70–79]. It is important to further investigate how
binding of these cellular proteins to the viral RNA participates in viral replication.
It is possible that the presence of competing structures in the viral genome could provide a way to
modulate different RNA conformations. To test this idea in the DENV genome, the effect of mutations
displacing the equilibrium towards the circular or the linear form of the RNA on viral replication was
evaluated [59]. Mutations that increased the stability of the circular or the linear conformation of the
genome impaired viral replication in cell culture. However, a wide variety of spontaneous mutations
rescued viral replication. To obtain information of nucleotide changes at the 5' and 3' ends of the
genome in the revertant viruses, the ends of the isolated genomes were ligated and sequenced
simultaneously. In all the replicating viruses, the nucleotide changes tended to restore the wild type
equilibrium between the competing structures. In this study, two types of spontaneous reversions were
reported. In the first case, the stability of the structure altered by the mutation was restored. In the
second type, spontaneous mutations stabilizing the competing structure were rescued. For instance,
transfection of a mutant RNA with stabilized sHP structure resulted in revertant viruses that increased
the 5'-3'UAR complementarity. This observation highlighted the importance of the relative stability
between the two competing conformations rather than the absolute stability of each structure. Based on
these studies it was proposed that a balance between at least two conformations of the DENV genome
would be necessary for RNA replication and viral infectivity (Figure 4).
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Figure 4. Representation of a model showing the requirement of a balance between
different conformations of the DENV genome. Viruses carrying mutations that increase
the stability of the circular or the linear form of the RNA, by increasing 5'-3'UAR
complementarity (Mut Cyc+) or by stabilizing the sHP (Mut sHP+) respectively, evolve in
culture incorporating spontaneous mutations that restore the relative stability of the two
competing structures.

8. Future Prospects
A great deal has been learned in the last years about the role of RNA signals present in the DENV
genome. However, mechanistic aspects that explain how these structures participate in the viral
processes are still lacking. How does the SLA interact with the polymerase to promote RNA synthesis
on the authentic 3' end of the genome? How does the 3'SL change its conformation during the
initiation process in the infected cell? What is the role of helicases and RNA chaperones in modulating
the architecture of viral genomes? It is of great interest to define the interplay between the promoter
SLA, the 3'SL, the viral NS5 polymerase, and RNA structures that work as enhancers of viral RNA
synthesis. It is likely that these RNA signals interact with other RNA molecules and/or proteins.
Therefore, effort towards identifying functionally relevant binders of these RNA structures will be
necessary to fully understand their mechanism of action. Another important question is whether the
functional structures identified as regulators of RNA synthesis are necessary for both minus and plus
strand RNA amplification.
It has been widely accepted that flavivirus genome cyclization is essential for viral replication,
however, recent observations support the idea that linear and circular conformations of the viral RNA
co-exist and that dynamic RNAs are required for viral replication. This new view of the viral genome,
as a flexible molecule, will help to understand the function of alternative RNA structures formed in
different stages of the viral life cycle. Finally, because the DENV RNA acquires complex secondary
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and tertiary structures, the challenge is to study these high order structures in the context of the whole
viral genome.
Acknowledgments
The authors are members of the Argentinean Council of Investigation (CONICET) and supported
by grants from NIH 1R01AI095175-01 and PICT -2010-2092 to AVG.
Conflict of Interest
The authors declare no conflict of interest.
References and Notes
1.

Lindenbach B.D.; Rice, C.M. Flaviviridae: The viruses and their replication. In Fields Virology;
Lippincott-Raven: Philadelphia, PA, USA, 2007; Volume 1, pp. 1101–1152.
2. Rice, C.M.; Lenches, E.M.; Eddy, S.R.; Shin, S.J.; Sheets, R.L.; Strauss, J.H. Nucleotide sequence
of yellow fever virus: Implications for flavivirus gene expression and evolution. Science 1985,
229, 726–733.
3. Westaway, E.G.; Mackenzie, J.M.; Khromykh, A.A. Kunjin RNA replication and applications of
Kunjin replicons. Adv. Virus Res. 2003, 59, 99–140.
4. Welsch, S.; Miller, S.; Romero-Brey, I.; Merz, A.; Bleck, C.K.; Walther, P.; Fuller, S.D.; Antony,
C.; Krijnse-Locker, J.; Bartenschlager, R. Composition and three-dimensional architecture of the
dengue virus replication and assembly sites. Cell Host Microbe 2009, 5, 365–375.
5. Gillespie, L.K.; Hoenen, A.; Morgan, G.; Mackenzie, J.M. The endoplasmic reticulum provides
the membrane platform for biogenesis of the flavivirus replication complex. J. Virol. 2010, 84,
10438–10447.
6. Stadler, K.; Allison, S.L.; Schalich, J.; Heinz, F.X. Proteolytic activation of tick-borne
encephalitis virus by furin. J. Virol. 1997, 71, 8475–8481.
7. Allison, S.L.; Tao, Y.J.; O'Riordain, G.; Mandl, C.W.; Harrison, S.C.; Heinz, F.X. Two distinct
size classes of immature and mature subviral particles from tick-borne encephalitis virus. J. Virol.
2003, 77, 11357–11366.
8. Baum, A.; Sachidanandam, R.; Garcia-Sastre, A. Preference of RIG-I for short viral RNA
molecules in infected cells revealed by next-generation sequencing. Proc. Natl. Acad. Sci. U. S. A.
2010, 107, 16303–16308.
9. Daffis, S.; Szretter, K.J.; Schriewer, J.; Li, J.; Youn, S.; Errett, J.; Lin, T.Y.; Schneller, S.; Zust,
R.; Dong, H.; et al. 2'-o methylation of the viral mRNA cap evades host restriction by IFIT family
members. Nature 2010, 468, 452–456.
10. Gritsun, T.S.; Gould, E.A. Origin and evolution of flavivirus 5'UTRs and panhandles:
Trans-terminal duplications? Virology 2007, 366, 8–15.
11. Thurner, C.; Witwer, C.; Hofacker, I.L.; Stadler, P.F. Conserved RNA secondary structures in
flaviviridae genomes. J. Gen. Virol. 2004, 85, 1113–1124.

Viruses 2011, 3

1752

12. Brinton, M.A.; Dispoto, J.H. Sequence and secondary structure analysis of the 5'-terminal region
of flavivirus genome RNA. Virology 1988, 162, 290–299.
13. Leyssen, P.; Charlier, N.; Lemey, P.; Billoir, F.; Vandamme, A.M.; De Clercq, E.; de Lamballerie,
X.; Neyts, J. Complete genome sequence, taxonomic assignment, and comparative analysis of the
untranslated regions of the Modoc virus, a flavivirus with no known vector. Virology 2002, 293,
125–140.
14. Lodeiro, M.F.; Filomatori, C.V.; Gamarnik, A.V. Structural and functional studies of the promoter
element for dengue virus RNA replication. J. Virol. 2009, 83, 993–1008.
15. Filomatori, C.V.; Lodeiro, M.F.; Alvarez, D.E.; Samsa, M.M.; Pietrasanta, L.; Gamarnik, A.V. A
5' RNA element promotes dengue virus RNA synthesis on a circular genome. Genes Dev. 2006,
20, 2238–2249.
16. Yu, L.; Nomaguchi, M.; Padmanabhan, R.; Markoff, L. Specific requirements for elements of the
5' and 3' terminal regions in flavivirus RNA synthesis and viral replication. Virology 2008, 374,
170–185.
17. Alvarez, D.E.; Lodeiro, M.F.; Luduena, S.J.; Pietrasanta, L.I.; Gamarnik, A.V. Long-range RNARNA interactions circularize the dengue virus genome. J. Virol. 2005, 79, 6631–6643.
18. Polacek, C.; Foley, J.E.; Harris, E. Conformational changes in the solution structure of the dengue
virus 5' end in the presence and absence of the 3' untranslated region. J. Virol. 2009, 83,
1161–1166.
19. Gamarnik, A.V. Role of the dengue virus 5' and 3' untranslated regions in viral replicación. In
Frontiers in Dengue Virus Reserach; Hanley, K.A., Weaver, S.C., Eds.; Caister Academic Press:
Norfolk, UK, 2010; pp. 55–78.
20. Gritsun, T.S.; Venugopal, K.; Zanotto, P.M.; Mikhailov, M.V.; Sall, A.A.; Holmes, E.C.;
Polkinghorne, I.; Frolova, T.V.; Pogodina, V.V.; Lashkevich, V.A.; et al. Complete sequence of
two tick-borne flaviviruses isolated from siberia and the uk: Analysis and significance of the 5'
and 3'-UTRs. Virus Res. 1997, 49, 27–39.
21. Mandl, C.W.; Holzmann, H.; Kunz, C.; Heinz, F.X. Complete genomic sequence of powassan
virus: Evaluation of genetic elements in tick-borne versus mosquito-borne flaviviruses. Virology
1993, 194, 173–184.
22. Clyde, K.; Barrera, J.; Harris, E. The capsid-coding region hairpin element (cHP) is a critical
determinant of dengue virus and west nile virus RNA synthesis. Virology 2008, 379, 314–323.
23. Alvarez, D.E.; De Lella Ezcurra, A.L.; Fucito, S.; Gamarnik, A.V. Role of RNA structures present
at the 3'UTR of dengue virus on translation, RNA synthesis, and viral replication. Virology 2005,
339, 200–212.
24. Zhou, Y.; Mammen, M.P., Jr.; Klungthong, C.; Chinnawirotpisan, P.; Vaughn, D.W.;
Nimmannitya, S.; Kalayanarooj, S.; Holmes, E.C.; Zhang, C. Comparative analysis reveals no
consistent association between the secondary structure of the 3'-untranslated region of dengue
viruses and disease syndrome. J. Gen. Virol. 2006, 87, 2595–2603.
25. Shurtleff, A.C.; Beasley, D.W.; Chen, J.J.; Ni, H.; Suderman, M.T.; Wang, H.; Xu, R.; Wang, E.;
Weaver, S.C.; Watts, D.M.; et al. Genetic variation in the 3' non-coding region of dengue viruses.
Virology 2001, 281, 75–87.

Viruses 2011, 3

1753

26. Silva, R.L.; de Silva, A.M.; Harris, E.; MacDonald, G.H. Genetic analysis of dengue 3 virus
subtype III 5' and 3' non-coding regions. Virus Res. 2008, 135, 320–325.
27. Roche, C.; Cassar, O.; Laille, M.; Murgue, B. Dengue-3 virus genomic differences that correlate
with in vitro phenotype on a human cell line but not with disease severity. Microbes Infect. 2007,
9, 63–69.
28. Aquino, V.H.; Anatriello, E.; Goncalves, P.F.; EV, D.A.S.; Vasconcelos, P.F.; Vieira, D.S.;
Batista, W.C.; Bobadilla, M.L.; Vazquez, C.; Moran, M., et al. Molecular epidemiology of dengue
type 3 virus in brazil and paraguay, 2002–2004. Am. J. Trop. Med. Hyg. 2006, 75, 710–715.
29. Vasilakis, N.; Fokam, E.B.; Hanson, C.T.; Weinberg, E.; Sall, A.A.; Whitehead, S.S.; Hanley,
K.A.; Weaver, S.C. Genetic and phenotypic characterization of sylvatic dengue virus type 2
strains. Virology 2008, 377, 296–307.
30. Hahn, C.S.; Hahn, Y.S.; Rice, C.M.; Lee, E.; Dalgarno, L.; Strauss, E.G.; Strauss, J.H. Conserved
elements in the 3' untranslated region of flavivirus RNAs and potential cyclization sequences.
J. Mol. Biol. 1987, 198, 33–41.
31. Gritsun, T.S.; Gould, E.A. Direct repeats in the 3' untranslated regions of mosquito-borne
flaviviruses: Possible implications for virus transmission. J. Gen. Virol. 2006, 87, 3297–3305.
32. Olsthoorn, R.C.; Bol, J.F. Sequence comparison and secondary structure analysis of the 3'
noncoding region of flavivirus genomes reveals multiple pseudoknots. RNA 2001, 7, 1370–1377.
33. Romero, T.A.; Tumban, E.; Jun, J.; Lott, W.B.; Hanley, K.A. Secondary structure of dengue virus
type 4 3' untranslated region: Impact of deletion and substitution mutations. J. Gen. Virol. 2006,
87, 3291–3296.
34. Funk, A.; Truong, K.; Nagasaki, T.; Torres, S.; Floden, N.; Balmori Melian, E.; Edmonds, J.;
Dong, H.; Shi, P.Y.; Khromykh, A.A. RNA structures required for production of subgenomic
flavivirus RNA. J. Virol. 2010, 84, 11407–11417.
35. Manzano, M.; Reichert, E.D.; Polo, S.; Falgout, B.; Kasprzak, W.; Shapiro, B.A.; Padmanabhan,
R. Identification of cis-acting elements in the 3'-untranslated region of the dengue virus type 2
RNA that modulate translation and replication. J. Biol. Chem. 2011, 286, 22521–22534.
36. Men, R.; Bray, M.; Clark, D.; Chanock, R.M.; Lai, C.J. Dengue type 4 virus mutants containing
deletions in the 3' noncoding region of the RNA genome: Analysis of growth restriction in cell
culture and altered viremia pattern and immunogenicity in rhesus monkeys. J. Virol. 1996, 70,
3930–3937.
37. Mandl, C.W.; Holzmann, H.; Meixner, T.; Rauscher, S.; Stadler, P.F.; Allison, S.L.; Heinz, F.X.
Spontaneous and engineered deletions in the 3' noncoding region of tick-borne encephalitis virus:
Construction of highly attenuated mutants of a flavivirus. J. Virol. 1998, 72, 2132–2140.
38. Bredenbeek, P.J.; Kooi, E.A.; Lindenbach, B.; Huijkman, N.; Rice, C.M.; Spaan, W.J. A stable
full-length yellow fever virus cDNA clone and the role of conserved RNA elements in flavivirus
replication. J. Gen. Virol. 2003, 84, 1261–1268.
39. Lo, M.K.; Tilgner, M.; Bernard, K.A.; Shi, P.Y. Functional analysis of mosquito-borne flavivirus
conserved sequence elements within 3' untranslated region of west nile virus by use of a reporting
replicon that differentiates between viral translation and RNA replication. J. Virol. 2003, 77,
10004–10014.

Viruses 2011, 3

1754

40. Takegami, T.; Washizu, M.; Yasui, K. Nucleotide sequence at the 3' end of Japanese encephalitis
virus genomic RNA. Virology 1986, 152, 483–486.
41. Proutski, V.; Gould, E.A.; Holmes, E.C. Secondary structure of the 3' untranslated region of
flaviviruses: Similarities and differences. Nucleic Acids Res. 1997, 25, 1194–1202.
42. Grange, T.; Bouloy, M.; Girard, M. Stable secondary structures at the 3'-end of the genome of
yellow fever virus (17 D vaccine strain). FEBS Lett. 1985, 188, 159–163.
43. Deng, R.; Brock, K.V. 5' and 3' untranslated regions of pestivirus genome: Primary and secondary
structure analyses. Nucleic Acids Res. 1993, 21, 1949–1957.
44. Brinton, M.A.; Fernandez, A.V.; Dispoto, J.H. The 3'-nucleotides of flavivirus genomic RNA
form a conserved secondary structure. Virology 1986, 153, 113–121.
45. Blight, K.J.; Rice, C.M. Secondary structure determination of the conserved 98-base sequence at
the 3' terminus of hepatitis c virus genome RNA. J. Virol. 1997, 71, 7345–7352.
46. Zeng, L.; Falgout, B.; Markoff, L. Identification of specific nucleotide sequences within the
conserved 3'-SL in the dengue type 2 virus genome required for replication. J. Virol. 1998, 72,
7510–7522.
47. Tilgner, M.; Deas, T.S.; Shi, P.Y. The flavivirus-conserved penta-nucleotide in the 3' stem-loop of
the West Nile virus genome requires a specific sequence and structure for RNA synthesis, but not
for viral translation. Virology 2005, 331, 375–386.
48. Yu, L.; Markoff, L. The topology of bulges in the long stem of the flavivirus 3' stem-loop is a
major determinant of RNA replication competence. J. Virol. 2005, 79, 2309–2324.
49. Khromykh, A.A.; Meka, H.; Guyatt, K.J.; Westaway, E.G. Essential role of cyclization sequences
in flavivirus RNA replication. J. Virol. 2001, 75, 6719–6728.
50. You, S.; Padmanabhan, R. A novel in vitro replication system for dengue virus. Initiation of RNA
synthesis at the 3'-end of exogenous viral RNA templates requires 5'- and 3'-terminal
complementary sequence motifs of the viral RNA. J. Biol. Chem. 1999, 274, 33714–33722.
51. Markoff, L. 5' and 3' NCRs in Flavivirus RNA. In The Flaviviruses; Elsevier Academic Press: San
Diego, CA, USA, 2003; Volume 59, pp. 177–223.
52. Villordo, S.M.; Gamarnik, A.V. Genome cyclization as strategy for flavivirus RNA replication.
Virus Res. 2009, 139, 230–239.
53. Friebe, P.; Shi, P.Y.; Harris, E. The 5' and 3' downstream aug region elements are required for
mosquito-borne flavivirus RNA replication. J. Virol. 2011, 85, 1900–1905.
54. Corver, J.; Lenches, E.; Smith, K.; Robison, R.A.; Sando, T.; Strauss, E.G.; Strauss, J.H. Fine
mapping of a cis-acting sequence element in yellow fever virus RNA that is required for RNA
replication and cyclization. J. Virol. 2003, 77, 2265–2270.
55. Alvarez, D.E.; Filomatori, C.V.; Gamarnik, A.V. Functional analysis of dengue virus cyclization
sequences located at the 5' and 3'UTRs. Virology 2008, 375, 223–235.
56. Guo, R.; Lin, W.; Zhang, J.; Simon, A.E.; Kushner, D.B. Structural plasticity and rapid evolution
in a viral RNA revealed by in vivo genetic selection. J. Virol. 2009, 83, 927–939.
57. Kofler, R.M.; Hoenninger, V.M.; Thurner, C.; Mandl, C.W. Functional analysis of the tick-borne
encephalitis virus cyclization elements indicates major differences between mosquito-borne and
tick-borne flaviviruses. J. Virol. 2006, 80, 4099–4113.

Viruses 2011, 3

1755

58. Alvarez, D.E.; Lodeiro, M.F.; Filomatori, C.V.; Fucito, S.; Mondotte, J.A.; Gamarnik, A.V.
Structural and functional analysis of dengue virus RNA. Novartis Found. Symp. 2006, 277,
120–132; discussion 132–125, 251–123.
59. Villordo, S.M.; Alvarez, D.E.; Gamarnik, A.V. A balance between circular and linear forms of the
dengue virus genome is crucial for viral replication. RNA 2010, 16, 2325–2335.
60. Yap, T.L.; Xu, T.; Chen, Y.L.; Malet, H.; Egloff, M.P.; Canard, B.; Vasudevan, S.G.; Lescar, J.
Crystal structure of the dengue virus RNA-dependent RNA polymerase catalytic domain at
1.85-angstrom resolution. J. Virol. 2007, 81, 4753–4765.
61. Ackermann, M.; Padmanabhan, R. De novo synthesis of RNA by the dengue virus RNAdependent RNA polymerase exhibits temperature dependence at the initiation but not elongation
phase. J. Biol. Chem. 2001, 276, 39926–39937.
62. Selisko, B.; Dutartre, H.; Guillemot, J.C.; Debarnot, C.; Benarroch, D.; Khromykh, A.; Despres,
P.; Egloff, M.P.; Canard, B. Comparative mechanistic studies of de novo RNA synthesis by
flavivirus RNA-dependent RNA polymerases. Virology 2006, 351, 145–158.
63. Nomaguchi, M.; Ackermann, M.; Yon, C.; You, S.; Padmanabhan, R.; Padmanbhan, R. De novo
synthesis of negative-strand RNA by dengue virus RNA-dependent RNA polymerase in vitro:
Nucleotide, primer, and template parameters. J. Virol. 2003, 77, 8831–8842.
64. Filomatori, C.V.; Iglesias, N.G.; Villordo, S.M.; Alvarez, D.E.; Gamarnik, A.V. RNA sequences
and structures required for the recruitment and activity of the dengue virus polymerase. J. Biol.
Chem. 2011, 286, 6929–6939.
65. Iglesias, N.G.; Filomatori, C.V.; Gamarnik, A.V. The F1 motif of dengue virus polymerase NS5 is
involved in promoter-dependent RNA synthesis. J. Virol. 2011, 85, 5745–5756.
66. You, S.; Falgout, B.; Markoff, L.; Padmanabhan, R. In vitro RNA synthesis from exogenous
dengue viral RNA templates requires long range interactions between 5'- and 3'-terminal regions
that influence RNA structure. J. Biol. Chem. 2001, 276, 15581–15591.
67. Teramoto, T.; Kohno, Y.; Mattoo, P.; Markoff, L.; Falgout, B.; Padmanabhan, R. Genome 3'-end
repair in dengue virus type 2. RNA 2008, 14, 2645–2656.
68. Simon, A.E.; Gehrke, L. RNA conformational changes in the life cycles of RNA viruses, viroids,
and virus-associated RNAs. Biochim. Biophys. Acta 2009, 1789, 571–583.
69. Wu, B.; Pogany, J.; Na, H.; Nicholson, B.L.; Nagy, P.D.; White, K.A. A discontinuous RNA
platform mediates RNA virus replication: Building an integrated model for RNA-based regulation
of viral processes. PLoS Pathog. 2009, 5, e1000323.
70. Garcia-Montalvo, B.M.; Medina, F.; del Angel, R.M. La protein binds to NS5 and NS3 and to the
5' and 3' ends of dengue 4 virus RNA. Virus Res. 2004, 102, 141–150.
71. Yocupicio-Monroy, M.; Padmanabhan, R.; Medina, F.; del Angel, R.M. Mosquito La protein
binds to the 3' untranslated region of the positive and negative polarity dengue virus RNAs and
relocates to the cytoplasm of infected cells. Virology 2007, 357, 29–40.
72. Yocupicio-Monroy, R.M.; Medina, F.; Reyes-del Valle, J.; del Angel, R.M. Cellular proteins from
human monocytes bind to dengue 4 virus minus-strand 3' untranslated region RNA. J. Virol.
2003, 77, 3067–3076.
73. Paranjape, S.M.; Harris, E. Y box-binding protein-1 binds to the dengue virus 3'-untranslated
region and mediates antiviral effects. J. Biol. Chem. 2007, 282, 30497–30508.

Viruses 2011, 3

1756

74. De Nova-Ocampo, M.; Villegas-Sepulveda, N.; del Angel, R.M. Translation elongation factor1alpha, La, and PTB interact with the 3' untranslated region of dengue 4 virus RNA. Virology
2002, 295, 337–347.
75. Blackwell, J.L.; Brinton, M.A. Translation elongation factor-1 alpha interacts with the 3' stemloop region of West Nile virus genomic RNA. J. Virol. 1997, 71, 6433–6444.
76. Li, W.; Li, Y.; Kedersha, N.; Anderson, P.; Emara, M.; Swiderek, K.M.; Moreno, G.T.; Brinton,
M.A. Cell proteins TIA-1 and TIAR interact with the 3' stem-loop of the West Nile virus
complementary minus-strand RNA and facilitate virus replication. J. Virol. 2002, 76, 11989–12000.
77. Ta, M.; Vrati, S. Mov34 protein from mouse brain interacts with the 3' noncoding region of
Japanese encephalitis virus. J. Virol. 2000, 74, 5108–5115.
78. Vashist, S.; Anantpadma, M.; Sharma, H.; Vrati, S. La protein binds the predicted loop structures
in the 3' non-coding region of Japanese encephalitis virus genome: Role in virus replication.
J. Gen. Virol. 2009, 90, 1343–1352.
79. Gomila, R.C.; Martin, G.W.; Gehrke, L. NF90 binds the dengue virus RNA 3' terminus and is a
positive regulator of dengue virus replication. PLoS ONE 2011, 6, e16687.
© 2011 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article
distributed under the terms and conditions of the Creative Commons Attribution license
(http://creativecommons.org/licenses/by/3.0/).

