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Recent experimental evidence indicates that lncRNAs can act as regulatory molecules

in the context of development and disease. Xist, the master regulator of X chromosome

inactivation, is a classic example of how lncRNAs can exert multi-layered and fine-tuned

regulatory functions, by acting as a molecular scaffold for recruitment of distinct protein

factors. In this review, we discuss the methodologies employed to define Xist RNA

structures and the tight interplay between structural clues and functionality of lncRNAs.

This model of modular function dictated by structure, can be also generalized to other

lncRNAs, beyond the field of X chromosome inactivation, to explain common features of

similarly folded RNAs.

Keywords: xist RNA, RNA-structure, epigenetics, X chromosome inactivation, RNA-protein interaction,

3D-organization

INTRODUCTION

For many years the scientific community has been divided on whether lncRNAs represent
non-functional transcriptional noise or important regulatory elements (Blake et al., 2003; Ponjavic
et al., 2007). Recent work in cell lines and mouse models supports the hypothesis that few
lncRNAs are important mediators of cellular functions regulating different levels of gene expression
(Sauvageau et al., 2013; Ramos et al., 2015; Engreitz et al., 2016b; Liu B. et al., 2017). LncRNAs
have been shown to work on four regulatory levels: (1) as macromolecular scaffolding for protein
recruitment (Cerase et al., 2015; McHugh et al., 2015; Minajigi et al., 2015; Pinter, 2016); (2) as
molecular sponges for sequestering regulatory ncRNAs or proteins (Cesana et al., 2011; Wu et al.,
2017); (3) as a genomic 3D organizer (Hacisuleyman et al., 2014; Cerase et al., 2015); (4) as cis/trans-
regulatory elements regulating transcription and RNA-splicing (Engreitz et al., 2016a; Wu et al.,
2017).

One of the best-studied examples of lncRNAs is Xist (X inactive specific transcript). Xist
is the master regulator of X chromosome inactivation (XCI) and it is both necessary and
sufficient for establishing this process, which results in the stable and efficient silencing of
one X chromosome of somatic cells of female mammals early in development (Cerase et al.,
2015). Xist is known to act as scaffolding for protein recruitment, as well as an organizer
of the inactive X chromosome (Xi) in 3D-space (Splinter et al., 2011; Cerase et al., 2015;
Pintacuda and Cerase, 2015; Giorgetti et al., 2016; Pinter, 2016). How Xist mediates these
cellular functions through its associated proteins is still debated. Recent genetic and biochemical
work revealed a complex Xist interactome consisting of hundreds of potential interactions
(Chu et al., 2015; McHugh et al., 2015; Minajigi et al., 2015; Moindrot et al., 2015; Monfort
et al., 2015). Subsequent work has predicted that over 30 RNA-binding proteins directly
interact with Xist (Cirillo et al., 2016). Among these, SAF-A was shown to mediate Xist
anchoring to the nuclear matrix (Hasegawa et al., 2010); RMB15/RBM15b were implicated
in the m6A pathway responsible for Xist post-transcriptional modification (Patil et al., 2016);
hnRNPK is required for Polycomb recruitment and subsequent deposition of repressive
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histone modifications (such as H3K27me3 and H2A119ub) (Chu
et al., 2015; Almeida et al., 2017; Pintacuda et al., 2017); Spen
(also known as SHARP/MINT) is necessary for the establishment
of primary gene silencing; while Lbr is required to anchor the
inactive chromosome (Xi) to the nuclear periphery, establish
and stabilize gene silencing during the maintenance phase of
X inactivation (Chen et al., 2016) (explained in more details
below). The precise binding sites andmechanisms of action of the
majority of these proteins are unknown (Chu et al., 2015; Chen
et al., 2016; Van Nostrand et al., 2016). 3D structural studies of
these protein-RNA interactions have yet to be explored.

It is known that Xist-protein interactions are mostly mediated
by the structured regions of Xist RNA (Chu et al., 2015;
Fang et al., 2015; Chen et al., 2016; Lu et al., 2016; Smola
et al., 2016), or Xist motifs (Smola et al., 2016). In mouse,
Xist has six conserved regions of tandem repeats, named A
to F, that are essential for its function (Brockdorff, 2002;
Wutz et al., 2002) (Figure 1A). Xist tandem repeats are
conserved in mammalian vertebrates. All mouse repeats have
conserved human XIST counterparts, however considerable
variation in the copy number of the repeats is observed,
with the exception of the A-repeat region, which is conserved
both in terms of copy number and consensus sequence, and
is likely to mediate most of the interactions resulting in
early gene silencing (Wutz et al., 2002; Patil et al., 2016).
Conservation outside the repeats is relatively poor (Nesterova
et al., 2001).

In this review we systematically analyse the results of
the experiments that have been carried out to characterize
Xist RNA structure, in order to put structural information
in the context of a genetic and biochemical analysis of Xist
function.

XIST TOPOLOGY AND RNA STRUCTURES

Xist A-Repeats
The foundations of Xist RNA structural analyses were laid by
a seminal study, where Wutz and colleagues created a series of
deletions spanning most of the Xist sequence, using inducible
Xist cDNA systems (Wutz et al., 2002). This study, showed
that a 5’ conserved region, named A-repeat (or RepA), was
indispensable for gene-silencing (Figure 1A). The Xist A-repeat
is highly conserved in mammals, in mouse it consist of 7.5
copies (8.5 in humans) of 26-mers separated by U-rich linkers
(Brockdorff, 2002). Using a reporter system, the authors also
showed that the number of repeats is directly linked to the
efficiency of silencing. By mutagenesis analysis, Wutz et al.
further inferred that the structure, rather than the sequence, of
the stem and loop was crucial for silencing (Wutz et al., 2002).

Abbreviations: AMT, psoralen-derivative 4′-aminomethyltriosalen;

SHAPE, 2′-hydroxyl acylation analyzed by primer extension; DMS, Dimethyl

Sulfate; SHAPE-MaP, 2′-hydroxyl acylation analyzed by primer extension

and mutagenesis profiling; PARIS, psoralen analysis of RNA interactions and

structures; CLIP, Cross-linking Immuno precipitation. RIP, RNA-Immuno-

Precipitation; PARS, Parallel Analysis of RNA Structure; CROSS, Computational

Recognition of Secondary Structure; FRET, Förster Resonance Energy Transfer.

They suggested that this 26-mer was likely to assume a double
stem-loop structure (Figure 1B).

In 2008 NMR studies by Duszczyk et al., showed that the
26-mer of the A-repeat are unlikely to fold into two separate
stem-loops (Duszczyk et al., 2008) (Table 1). A single repeat
is likely to form only the major stem-loop structure suggested
by Wutz and colleagues. Notably, this RNA hairpin with an
AUCG loop sequence was found to be thermodynamically highly
stable, comparable to other so-called “stable” tetraloops. This
suggests that this hairpin could be a basic folding unit of the
A-repeat region. In contrast, the second stem-loop is likely to
be involved in inter-repeat dimerization (Figure 1C). In 2011,
the Sattler group used a combination of mutagenesis and NMR
analysis to propose a model in which the 8.5 copies of the human
XIST A-repeat form a series of inter and intra-repeat bindings,
resulting in several exposed AUCG tetraloops connected by U-
rich linkers (Duszczyk et al., 2011) (Figure 1D and Table 1).
The authors suggested that these structures may function as
a multimerization platform for protein binding. This model
envisioned for the first time inter-loop dimerization of non-
consecutive individual A-repeats. In detail, it was suggested
that repeats 1–4, 2–3, 6–7, and 5–8 form inter repeat dimers,
generating a unique 2D structure of the A-repeat region
(Figure 1D).

At a similar time, Maenner and colleagues, using a
combination of chemical and enzymatic probing of the full-
length human and mouse A-repeat elements, proposed three
theoretical models that could account for the physiological
folding of the A-repeats in vivo (Maenner et al., 2010).
Subsequent fitting of FRET experiments lead to ultimate selection
of only one model. The selected model suggests that the A-repeat
consists of two major double stem-loops, separated by a smaller
stem-loop domain, with no major differences between mouse
and human (Figure 2C, for clarity, we will only discuss the
selected model). Similar to the model proposed by the Sattler
group (Duszczyk et al., 2011), the authors suggest that repeats
1–4, 2–3, 6–7, and 5–8 dimerize. A noticeable difference between
the proposed structures, is that Duszczyk et al. suggest the
AUCG tetraloop is exposed as an apical loop, while Maenner and
colleagues propose that it forms an internal bulge (Figures 1D,
2C respectively).

In 2015 and 2017, two additional papers studying the
Xist A-repeat structure were published, both making use of
experimental techniques to directly infer Xist structure rather
than modeling (Fang et al., 2015; Liu F. et al., 2017). Fang
et al. used Targeted Structure-seq, a combination of in vivo
DMS chemical probing and next-generation sequencing. Liu et
al. performed SHAPE and in vitro DMS probing on samples
prepared using a non-denaturing purification protocol that
ensured high purity and homogeneity (Chillón et al., 2015)
(Table 1). The A-repeat structures obtained are similar, differing
primarily in the pairing of A-repeats. A-repeats 2–4, 7–8,
form inter repeat dimers in the structure from Fang et al.;
3–4 and 7–8 form dimers in the structure from Liu and
colleagues. Nevertheless, they have strikingly similar stem-loop
structures, both emerging from larger RNA bulges of repeats
3, 5, and 6 (Figures 2A,B). These differences may be explained
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FIGURE 1 | (A) Position of tandem repeats is shown for the Xist mouse transcript (Brockdorff et al., 1992). (B) The first proposed model of Xist A-repeat structure

(Wutz et al., 2002). (C) First NMR-based model of a single A-repeat (Duszczyk et al., 2008). (D) NMR/mutational model of the XIST A-repeat (Duszczyk et al., 2011).

Green and blue lines represent individual repeats. AUCG tetraloops are shown in red. Dashed lines represent unstructured U-rich linkers.

by differences in protein binding (see Function by Structure
paragraph).

Xist A-repeat structure was also studied through a novel
technique named PARIS (Lu et al., 2016). As a part of this
method, RNA base pairs are cross-linked in vivo, the dsRNA
is recovered and then subjected to next generation sequencing.
The resulting reads of these ligated RNA “duplexes” represent all
the native dsRNA in the organism and can be mapped to infer
their structure(s) (Table 1). Data from Lu et al. also supported
the model of an isolated A-repeat domain, with the inter-repeat
conformation being more likely to form and being more stable
as opposed to the intra-repeat structures proposed by Wutz et al.
(2002). As with the model proposed by Maenner and colleagues
and in contrast to that proposed by Duszczyk et al. (2011) the
basic structural unit of the inter-repeat dimer has the AUCG
tetraloop as internal to the dimerization region (see Figures 1C,
2D). This basic structural unit of the inter-repeat binding is
also evident in the structures presented by Fang et al. and Liu
et al. (Figures 2A,B). Interestingly, Lu et al. did not find a single
solution to the 2D structure of the A Repeat region and suggested
that Xist lncRNA is likely to have a dynamic structure presenting
many different conformations, while still maintaining an overall
functional structure. These observed differences between in vitro
and in vivo studies could also potentially be explained by the
presence of proteins interacting with the RNA structure in vivo.

All aforementioned studies support the notion that the
structure of lncRNAs, is conserved during evolution and defines
biological function. However, a recent study, based on statistical
and phylogenetic analysis, suggests that the function of lncRNA
is mostly sequence dependent, as there is no clear indication
for structural conservation. One of the lncRNAs analyzed in

this study was Xist (Rivas et al., 2017); the authors propose
that Xist may primarily function through its primary structure.
However, this view contrasts with the biological evidence that
Xist interacting partners localize predominantly to those repeats
where a secondary structure was predicted (see Function by
Structure paragraph), or direct perturbation of structure was
shown to lead to loss of Xist function (Wutz et al., 2002). Semi-
stochastic inter-repeat pairing could also explain this apparent
lack of conservation (Lu et al., 2017).

Full-Length Xist Structures
Recently two groups obtained in vivo structures of Xist
RNA molecules (Fang et al., 2015; Smola et al., 2016). Fang
and colleagues, combining DMS-sensitivity assays with next-
generation sequencing, obtained the very-first in vivo full length
(FL) secondary structure of Xist RNA (Table 1). Noticeably, the
DMS-profile underlying structured regions is in good agreement
with the predicted thermodynamically stable structures of Xist
RNA. Thermodinamically stable regions correlate well with RNA
structured regions.

Using a variant of SHAPE technology, called SHAPE-MaP,
Smola and colleagues obtained an in vivo Xist structure (Smola
et al., 2016) (Table 1). In this context, the A-repeat seems to
be highly structured while the E-repeat is loosely structured.
In the case of the E-repeat, an RNA motif seems to sustain
most interactions rather than any clear secondary structure.
Interestingly the authors also reported a novel Xist 3’ structured
region, in agreement with previous predictions and observations,
including those from Fang et al. (2015). Their in vivo SHAPE
profile, is in line with the predicted thermodynamically stable
structures of Xist RNA. This work however, failed to map
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TABLE 1 | Methods to study RNA structure and RNA-protein interactions.

NMR

Nuclear magnetic resonance spectroscopy can be a very powerful tool for studying RNA structures in fine detail with a high confidence. It is advantageous to X-Ray

crystallography techniques as RNA molecules can be studied in a more natural state while dissolved in solution, however it relies on large preparations of highly pure and

uniform RNA and is generally restricted to solving small discrete structures.

PARS

This technique brings together classic RNA footprinting techniques with next-generation sequencing. It involves treating RNA independently RNase V1 and S1 nucleases

which cut double and single stranded RNA respectively. Cleaved fragments are adaptor ligated and sequenced allowing a map to be generated of single and double

stranded RNA down to single nucleotide resolution.

DMS

DMS treatment modifies RNA by adding a methyl group to any unpaired or loosely structured A and C bases in a sample. Once methylated the bases can no longer form

base pairs and will cause cDNA transcripts to terminate early. When compared to a non-DMS treated sample the sites of early termination, and thus the presence of

unpaired bases can be deduced. The addition of next generation sequencing (DMS-seq/Structure-seq) greatly increases the power of the technique and allows the rates

of base modification to be mapped in a quantitative manner. Targeted Structure-seq improves the specificity and power of the technique by using primers targeted for the

length of a specific RNA of interest instead of sequencing the whole transcriptome.

SHAPE

SHAPE methods use chemical reagents which selectively modify flexible or unpaired bases by forming adducts on the 2’-hydroxyl of the RNA backbone. As with other

modifications these adducts will result in the early termination reverse transcription. As the reagents only modify the RNA backbone, they have the advantage of being

independent of base identity and provide a reliable measurement of individual nucleotide flexability. SHAPE-Map uses specialized conditions for reverse transcription

which result in the misreading of SHAPE-modified nucleotides and the introduction of non-complementary base mutations instead of early termination. These mutations

are easily identified after sequencing and their relative frequencies can be mapped to the reference sequence.

PARIS

PARIS works by fixing the base pairs of dsRNA of cells in vivo using the specific and reversible nucleic acid cross-linker called AMT. After cross-linking, samples undergo

proteinase treatment and partial RNA degradation. Subsequently they are gel purified from a 2D gel, leaving only fixed dsRNAs. dsRNA then undergoes proximity ligation

and undergo next generation sequencing. The resulting reads represent all the native dsRNA in the organism and can be mapped to infer their structure.

RIP

RNA immunoprecipitation takes advantage of antibodies to pull down RNA bound to a given protein. The technique cannot differentiate between direct and indirectly

bound RNA and may also generate false positives from interactions that occur after cell lysis.

CLIP

Improves the specificity of RIP by UV crosslinking of RNA/protein complexes before extraction. This allows the removal of weakly bound RNA through stringent washing.

The remaining RNA can then undergo reverse transcription and PCR amplification (or next generation sequencing). The main drawback of this method is the loss of a

significant proportion of transcripts which are stalled at the cross-linking site resulting in truncated cDNAs. UV crosslinking can also introduce some bias as its ability to

bind RNA to protein varies depending on the base/aa mediating the interaction.

iCLIP

Individual-nucleotide-resolution CLIP (iCLIP) was developed to enable recovery of truncated cDNAs lost in conventional CLIP. This is achieved by the circularization of

cDNA after reverse transcription, attaching a new barcoded adaptor to the truncated end allowing it to be amplified after linearization. Barcode filtering allows truncated

cDNAs to be identified along with the crosslinked nucleotide. Subsequent mapping of these small fragments to the reference sequence can be difficult.

eCLIP

Enhanced CLIP improves library preparation and circular ligation steps of iCLIP allowing greater power in filtering and mapping truncated sequences.

For more details on these techniques, we refer the reader to the following reviews (Shen et al., 1995; Latham et al., 2005; Low andWeeks, 2010; Leone and Santoro, 2016; Somarowthu,

2016; Barra and Leucci, 2017).

the B- and C-repeat of Xist (see also Function by Structure
paragraph).

Finally, a new high-throughput algorithm was implemented
to profile RNA structure. This algorithm called CROSS has been
trained on existing SHAPE, PARS and NMR datasets (Delli Ponti
et al., 2017). Xist structure generated by CROSS is in very good
agreement with the experimental data of Smola et al. (2016).
Noticeably, also this study predicts the presence of structured
regions at Xist 3’-end that may be important for its localization
(Yamada et al., 2015).

FUNCTION BY STRUCTURE

Proteins exert their regulatory function by exploiting the
thermodynamic properties of their environment. In this
perspective, their tertiary structures provide the interaction

interface with the environment, and therefore dictate affinity for
ligands (protein, nucleic acids, small molecules) or enzymatic
activity. Similarly, RNA can exert its biological function
by adopting discrete 3D-folding. However, differently from

proteins, the tertiary folding of RNA is thought to be

based on the initial formation of stable secondary structures,
building hierarchical blocks (Bailor et al., 2011). Although
a systematic catalog of regulatory RNA folds has not been
published to date, several well-defined secondary structures
have been described to recur in many regulatory RNAs
(Bhartiya et al., 2013) (see also Rfam websites and RNA
Central; http://rfam.xfam.org/; http://rnacentral.org/). Among
these are double stem loop motifs, broadly associated with
chromatin remodeling; cloverleaf-like architectures, originally
described for tRNAs, and generally found in lncRNAs involved
in 3′ end processing, such as MALAT1 and NEAT1; and
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FIGURE 2 | (A) Different models of the mouse A-repeat of Xist by Fang et al. (2015) and (B) Liu N. et al. (2017). Green lines represent individual repeats. AUCG

tetraloops are shown in red. (C) Mouse Xist Rep A model by Maenner et al. (2010). There are no significant differences from human XIST. Green lines represent

individual repeats. AUCG tetraloops are shown in red. (D) Lu et al. model of the consensus inter-repeat structural unit and the repeat pairing of the mouse Xist

A-repeat region. Paired repeats are shown in green, U-rich linkers are shown as lines. SPEN crosslinking sites as determined by iCLIP are indicated by an asterisk (Lu

et al., 2016).

pseudoknots, mostly found in catalytic RNAs, such as the
RNA components of telomerases. Interestingly, it appears that
RNA secondary structures within the same lncRNA, tend
to form modular platforms (Somarowthu et al., 2015). In
this perspective, the modular structure of the subsequent
repetitive regions of Xist RNA, represents a good model to
study the functional integration of an array of independent
domains.

Xist Tandem Repeats and Binding Proteins
A-Repeat
Work by Lu et al., in which the PARIS method is applied to Xist
RNA, defines the first mechanistic model of interaction of Xist
with the silencing factor SPEN (also known as SHARP/MINT)
(Lu et al., 2016). The model proposed by the authors suggests
that SPEN scans Xist in a sequence-independent manner but
nucleates only at the A-repeat region. Specifically, the long-range
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inter-repeat helices formed by the A-repeat create multiple
copies of a duplex structure. These helices are flanked by U-
rich sequence motifs bound by SPEN RRM domains—although
a role of the structured regions of the A-repeat stabilizing such
interaction cannot be formally excluded. Previously published
crystallographic in vitro data supports this conclusion (Arieti
et al., 2014).

Rbm15, a RRM-containing protein involved in RNA
methylation, has also been shown to associate with the A-repeat
of Xist (Cirillo et al., 2016). Comparative analysis of Rbm15
and SPEN eCLIP data (Cirillo et al., 2016), shows a very similar
binding pattern, implying a competitive relationship. Partial
overlapping function of SPEN and Rbm15 would explain the
mild effects in gene de-repression observed in individual KO
and KD in vivo models of the two factors (McHugh et al., 2015;
Moindrot et al., 2015; Patil et al., 2016). A useful experiment that
has yet to be performed would be a competition assay between
SPEN and Rbm15 with Xist (Figures 2C, 3A).

More controversial is the interaction between certain subunits
of the Polycomb2 (PRC2) complex (i.e., Ezh2 and Suz12) and Xist
RNA (Figure 3B). In fact, literature reports evidence arguing in
favor (Zhao et al., 2008; Kanhere et al., 2010) and against (Cerase
et al., 2014; Almeida et al., 2017; Pintacuda et al., 2017) the idea
that such interactions occur, or are critical, for PRC2 recruitment
on the Xi. The main point of discussion is the observation of a
strong interaction between the A-repeat and PRC2 in vitro (Delli
Ponti et al., 2017; Lu et al., 2017), which seems to be dispensable
in vivo (Almeida et al., 2017). However, while the Xist-PRC2
interaction in vitro is strong (Zhao et al., 2008; Kanhere et al.,
2010), it is possible that in vivo, the interaction of the PRC2
complex to the A-repeat has very fast kinetics that prevents it
to be captured in most studies relying on crosslinking (Sunwoo
et al., 2015). On the other hand, de novo recruitment of PRC1 and
PRC2 was observed to be mediated by a form of Xist lacking the
A-repeat element in ESCs (da Rocha et al., 2014; Almeida et al.,
2017).

This apparent contradiction could be reconciled envisioning
a different pathway for PRC2 recruitment in undifferentiated
compared to fully differentiated cells. In fact, recent evidence
confirmed that in differentiating ES cells, Xist mediates PRC2
recruitment via PRC1-mediated H2A119 ubiquitination
(Almeida et al., 2017), which therefore represents the
fundamental de novo recruitment mechanism for Polycomb on
the Xi. Notably, the fact that H3K27me3 accumulation on the Xi
is entirely Xist dependent in fully differentiated cells (Kohlmaier
et al., 2004), suggests that the Xist and perhaps the A-repeat
may play a role in the maintenance of Polycomb rather than
in its early establishment, reinforcing the de novo recruitment
pathway. In the future, it will be crucial to systematically
address these points, by quantitatively measuring the loss
or redistribution of H3K27me3 marks in the absence of the
A-repeat element.

B-Repeat
The highly repetitive nature of GC-rich modules within
the B-repeat region of Xist severely affects its mappability.
In fact, highly repetitive sequences found within the

genome are difficult to align and input into in silico studies
(Kawaguchi and Kiryu, 2016). This consideration must be
taken into account when critically assessing the lack of
secondary structures reported through genome-sequencing
based techniques. Nevertheless, the conservation of the B-repeats
among mammals implies functionality, as recently confirmed
in studies showing their role in binding to the nuclear matrix
protein hnRNPK (Chu et al., 2015; Cirillo et al., 2016), and
in recruiting the Polycomb repressive complex 1 (PRC1) to
Xist-bound chromatin (da Rocha et al., 2014; Almeida et al.,
2017; Pintacuda et al., 2017) (Figure 3B).

C-Repeat
Xist C-repeat has an important role for Xist spreading and
chromatin/matrix localization. Sarma et al. have highlighted
the functional relevance of this repetitive region, using LNAs
complementary to Xist C-repeat region, and showing a defect
in localization of Xist, which was attributed to loss of binding
of hnRNPU/Saf-A and YY1(Sarma et al., 2010). Indeed,
targeting the LNA-4978 to the Xist C-repeats is predicted to
completely disrupt its structure and displace Xist from chromatin
(Figure 3C).

Most high-throughput studies, including that of Lu et al.
(2016), failed to identify a specific folding in this region.
However, as in the case of the B-repeat, this could be due to
difficult mappability of this C-rich region. Scarce conservation
between human and mouse both in terms of sequence and
extension of this region, may suggest that perhaps the C-repeat
element could have accumulated divergent functions during
evolution.

E-Repeat
Smola et al. observed that the RNA-binding proteins TARDBP,
CELF1, PTBP1, previously implicated in a number of functional
nuclear pathways, can bind to the E-repeat, although these factors
are not necessary or redundant for XCI (McHugh et al., 2015).
These proteins can only be stably retained when bound to the
properly folded E-repeat element (Figure 4) (Smola et al., 2016).
They suggest that PTBP1 and TARDBP interaction with the E-
repeat is highly specific. Interestingly, the RNA binding proteins
CELF1, and PTBP1 do not seem to bind Xist in a sequence-
specific manner, but mostly along loosely structured regions.
Another independent study also found PTBP1 as binding the
E-repeat of Xist (Cirillo et al., 2016).

Ridings-Figueroa and colleagues, studied the interaction
between the nuclear protein CIZ1 and Xist E-repeat (Ridings-
Figueroa et al., 2017). In embryos, Xist localization was disrupted
when CIZ1 was depleted. A similar result, was obtained
by Sunwoo et al. (2017). This could be explained through
the suggested interaction between CIZ1 and PTBP1(Ridings-
Figueroa et al., 2017).

Very recently, the E-repeat was also associated with
recruitment of the MLL/Set factor, ASH2L (Yue et al., 2017).
Interestingly, deletion of the E-repeat generated in this study
element increased expression of XCI escapees. More work needs
to be done, in order to put this result in a functional context.
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FIGURE 3 | Schematic of Xist interacting proteins. (A) Factors involved in the establishment of Xist silencing. These include Ncor/histone deacetylase-interacting

proteins, and LBR, which tethers the inactive chromosome to the nuclear periphery allowing Xist to spread into active genes. (B) Factors involved in Xist-mediated

maintenance of gene silencing. PRC1 (mediating H2A119ub) and PRC2 (mediating H3K27me3) complexes are recruited by Xist. (C) Proteins mediating Xist

spreading: SAf-A, CIZ1 and YY1. (D) Proteins implicated in RNA methylation and early gene-silencing.

LBR has been reported to bind Xist RNA in proximity to
the A- and E-repeats (Cirillo et al., 2016). Such binding plays a
crucial role in mediating the localization of Xist to active genes
and the tethering of the Xi territory to the nuclear periphery.
According to the authors of the study, Xist localization and Xi
positioning, result in the proper establishment of gene-silencing
and its stabilization, respectively (Chen et al., 2016). However,
it is likely that more factors, including SAF-A, are needed
for Xist localization to the nuclear periphery or the nucleolus
(Figure 3A).

Other Xist Binding Factors
SAF-A was one of the first characterized factors reported
to accumulate on the Xi and directly interact with Xist
RNA (Helbig and Fackelmayer, 2003; Hasegawa et al.,
2010). Under particular experimental conditions, SAF-A
was shown to be both sufficient and necessary for Xist
spreading over the Xi and, consequently, for Xist-mediated
gene silencing (Cerase et al., 2015; McHugh et al., 2015)
(Figure 3C). It is possible—however—that more factors are
needed for Xist spreading along the Xi territory. Indeed, Xist
dependency on SAF-A may be limited to certain developmental
stages and tissues (Kolpa et al., 2016). Furthermore, CLIP
profiles, have revealed a broad interaction between SAF-A

and Xist, potentially pointing toward a scenario of cell-
to-cell variability in the binding pattern (Cirillo et al.,
2016).

Xist m6A Methylation, Structure and Gene-Silencing
The combinatorial complexity of amino acid chains is matched
by the number of possible modifications of the nucleotides,
which have been described as existing in at least 100
post-transcriptionally modified states (van Delft et al., 2017). The
post-transcriptional modifications can potentially be reversed
during the life-span of the RNA, giving the primary sequence
a dynamic nature. Recently, the N6 methylation of adenosine
(m6A) was widely characterized in the transcriptome, and its
functional role emerged in many cellular contexts (Dominissini
et al., 2012; Meyer et al., 2012). m6A has been shown to
be associated with mRNA stability; it also dictates lncRNA-
protein accessibility and specificity (Dominissini et al., 2012; Ke
et al., 2017; van Delft et al., 2017). Xist RNA was shown to be
methylated in a handful of well-defined positions (Dominissini
et al., 2012; Patil et al., 2016). It is likely that methylation
of Xist RNA subtly alters its structure (Liu N. et al., 2017).
However, it is not currently known how Xist m6A modifies its
structure, nor how this may modulate protein-binding affinity
(Zhou et al., 2016). It was recently proposed that Xist m6A
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FIGURE 4 | Model for Xist E-repeat structure (Smola et al., 2016). Binding

sites for TARDBP, which are supported by SHAPE data, are indicated in green,

while the CLIP supported binding site is indicated in blue.

modification could mediate recruitment of YTHDC1, a known
reader of methylated RNA, and consequent transcriptional
silencing through a yet-undefined mechanism (Figure 3D) (Patil
et al., 2016). In the future, it will be crucial to clarify the
contribution of m6A, as well as of other RNA modifications, to
Xist structure(s).

FINAL REMARKS

Xist RNA is the best-characterized lncRNA to date, and
historically has been considered the paradigmatic example
of a non-coding RNA regulating gene expression. So far, a
number of different structures have been proposed for the Xist
RNA molecule, each of which depends to a certain extent on
the experimental conditions of the analysis (Duszczyk et al.,
2008, 2011; Maenner et al., 2010; Duszczyk and Sattler, 2012;
Fang et al., 2015; Lu et al., 2016; Smola et al., 2016; Liu
F. et al., 2017). In fact, technical aspects intrinsic to each
employed technique may have introduced biases in the final
invoked model(s) (Shen et al., 1995; Latham et al., 2005;
Low and Weeks, 2010; Somarowthu, 2016; Barra and Leucci,
2017).

For instance, the PARIS technique, provides in vivo data,
and thus direct information about the dsRNA components of
functional Xist molecules. However, this technique cannot detect
whether the detected pairing arises from inter- or intra-Xist
molecule base pairs.

On the opposite side, NMR studies produce high-
resolution data of RNA tertiary structures, but cannot
capture in vivo structures that are most likely mediated by
protein interactions; additionally, they can only provide
structural information for small, isolated and highly purified
regions of the RNA at any one time. SHAPE, DMS, and

SHAPE-MaP must rely on the aid of computational
structure prediction and modeling to account for RNA
secondary structures. In addition to the intrinsic biases of
different techniques, some variability between proposed
Xist structures also depends on the modeling constraints
on raw data. In the future it will be essential to set
common standards for structural modeling, also taking
into account the dynamic nature of lncRNAs, which
ultimately should be represented as ensembles of discrete
interconverting conformations rather than rigid “averaged”
structures.

Although structural studies on lncRNAs are still in their early
days, combining models derived from different lines of research,
can help to infer a general structure of Xist and identify well-
supported features, especially when structural datasets were also
tested by functional analyses.

First, results discussed in this review seem to suggest that
the A-repeat element of Xist adopts an inter-repeat structure
in vivo, which is essential for mediating gene silencing (Duszczyk
et al., 2008, 2011; Lu et al., 2016). Similarly, other segments of
Xist are likely to use inter-repeat binding to fold in 3D-space
andmediate multimeric interactions with RNA-binding proteins.
However, current data do not exclude the hypothesis that the
modularity and 3D-conformation of Xist repeats is mediated
or facilitated by unstructured or loosely structured intervening
regions (Duszczyk et al., 2011; Minks et al., 2013; Chu et al.,
2015).

Recent studies provided reproducible datasets of RNA-
binding factors specifically interacting with Xist, and gave
some insights into their function. However, for the most
part, the molecular mechanism of their interplay with Xist
remains unknown. A better understanding of Xist structure
will be crucial to dissect the assembly of functional RNA-
interactomes at the molecular level, and provide a paradigm
for lncRNAs function, beyond the field of X chromosome
inactivation.

Many other examples of fully functional, regulatory lncRNAs
have been reported in the literature. Their biological function
is exerted mostly through interaction with binding partners
(mRNAs, ncRNAs and proteins), and is dependent on
their structure (Mellin and Cossart, 2015; Aktaş et al.,
2017). The ability of folding into stable structures confers
regulatory RNAs three main advantages: (1) Decreased
evolutionary constraints on the mutation rate of their primary
sequences, (2) The generation of modular units that can be
assembled independently to potentially recruit a combination
of diverse molecular machineries; (3) Modulation of the
strength of specific interactions by repeating one module
or variations of that module (i.e., variable multimerization
platform).

In this context, the convergent evolution case of Xist/Rsx
becomes relevant. Rsx RNA is the metatherian analog of Xist
(Grant et al., 2012). Both lncRNAs evolved independently
to play a crucial role in X-inactivation of eutherian and
marsupial mammals respectively, by recruiting the analogous
gene-silencing machinery. Even if Xist and Rsx do not share any
sequence analogy, they both have tandem repetitions that are
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possibly folded into similar structures, which may be involved in
contacting orthologous chromatin remodeling machinery (Grant
et al., 2012), arguing in favor of the idea that evolution tends to
select for functional RNA folds over primary sequences.
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Aktaş, T., Avşar Ilik, I., Maticzka, D., Bhardwaj, V., Pessoa Rodrigues, C.,

Mittler, G., et al. (2017). DHX9 suppresses RNA processing defects originating

from the Alu invasion of the human genome. Nature 544, 115–119.

doi: 10.1038/nature21715

Almeida, M., Pintacuda, G., Masui, O., Koseki, Y., Gdula, M., Cerase,

A., et al. (2017). PCGF3/5-PRC1 initiates polycomb recruitment in X

chromosome inactivation. Science 356, 1081–1084. doi: 10.1126/science.aa

l2512

Arieti, F., Gabus, C., Tambalo, M., Huet, T., Round, A., and Thore, S. (2014).

The crystal structure of the Split End protein SHARP adds a new layer of

complexity to proteins containing RNA recognition motifs. Nucleic Acids Res.

42, 6742–6752. doi: 10.1093/nar/gku277

Bailor, M. H., Mustoe, A. M., Brooks, C. L. III, and Al-Hashimi, H. M.

(2011). Topological constraints: using RNA secondary structure to model 3D

conformation, folding pathways, and dynamic adaptation. Curr. Opin. Struct.

Biol. 21, 296–305. doi: 10.1016/j.sbi.2011.03.009

Barra, J., and Leucci, E. (2017). Probing long non-coding RNA-protein

interactions. Front. Mol. Biosci. 4:45. doi: 10.3389/fmolb.2017.

00045

Bhartiya, D., Pal, K., Ghosh, S., Kapoor, S., Jalali, S., Panwar, B., et al. (2013).

lncRNome: a comprehensive knowledgebase of human long noncoding RNAs.

Database 2013:bat034. doi: 10.1093/database/bat034

Blake,W. J., Mads, K. A., Cantor, C. R., and Collins, J. J. (2003). Noise in eukaryotic

gene expression. Nature 422, 633–637. doi: 10.1038/nature01546

Brockdorff, N. (2002). X-chromosome inactivation: closing in on

proteins that bind Xist, RNA. Trends Genet. 18, 352–358.

doi: 10.1016/S0168-9525(02)02717-8

Brockdorff, N., Ashworth, A., Kay, G. F., McCabe, V. M., Norris, D. P., Cooper,

P. J., et al. (1992). The product of the mouse Xist gene is a 15 kb inactive X-

specific transcript containing no conserved ORF and located in the nucleus.

Cell 71, 515–526. doi: 10.1016/0092-8674(92)90519-I

Cerase, A., Smeets, D., Tang, Y. A., Gdula, M., Kraus, F., Spivakov, M., et al.

(2014). Spatial separation of Xist, RNA., and polycomb proteins revealed by

superresolution microscopy. Proc. Natl. Acad. Sci. U.S.A. 111, 2235–2240.

doi: 10.1073/pnas.1312951111

Cerase, A., Pintacuda, G., Tattermusch, A., and Avner, P. (2015). Xist localization

and function: new insights from multiple levels. Genome Biol. 16, 166.

doi: 10.1186/s13059-015-0733-y

Cesana, M., Cacchiarelli, D., Legnini, I., Santini, T., Sthandier, O., Chinappi,

M., et al. (2011). A long noncoding RNA controls muscle differentiation

by functioning as a competing endogenous RNA. Cell 147, 358–369.

doi: 10.1016/j.cell.2011.09.028

Chen, C. K., Blanco, M., Jackson, C., Aznauryan, E., Ollikainen, N.,

Surka, C., et al. (2016). Xist recruits the X chromosome to the nuclear

lamina to enable chromosome-wide silencing. Science 354, 468–472.

doi: 10.1126/science.aae0047

Chillón, I., Marcia, M., Legiewicz, M., Liu, F., Somarowthu, S., and Pyle, A. M.

(2015). Native purification and analysis of long RNAs. Methods Enzymol. 558,

3–37. doi: 10.1016/bs.mie.2015.01.008

Chu, C., Zhang, Q. C., da Rocha, S. T., Flynn, R. A., Bharadwaj, M., Calabrese, J.

M., et al. (2015). Systematic discovery of Xist RNA binding proteins. Cell 161,

404–416. doi: 10.1016/j.cell.2015.03.025

Cirillo, D., Blanco, M., Armaos, A., Buness, A., Avner, P., Guttman, M., et al.

(2016). Quantitative predictions of protein interactions with long noncoding

RNAs. Nat. Methods 14, 5–6. doi: 10.1038/nmeth.4100

da Rocha, S. T., Boeva, V., Escamilla-Del-Arenal, M., Ancelin, K., Granier, C.,

Matias, N. R., et al. (2014). Jarid2 is implicated in the initial Xist-induced

targeting of PRC2 to the inactive X chromosome. Mol. Cell 53, 301–316.

doi: 10.1016/j.molcel.2014.01.002

Delli Ponti, R., Marti, S., Armaos, A., and Tartaglia, G. G. (2017). A high-

throughput approach to profile RNA structure. Nucleic Acids Res. 45, e35.

doi: 10.1093/nar/gkw1094

Dominissini, D., Moshitch-Moshkovitz, S., Schwartz, S., Salmon-Divon, M.,

Ungar, L., Osenberg, S., et al. (2012). Topology of the human and

mouse m6A RNA methylomes revealed by m6A-seq. Nature 485, 201–206.

doi: 10.1038/nature11112

Duszczyk, M. M., and Sattler, M. (2012). (1)H, (1)(3)C, (1)(5)N and (3)(1)P

chemical shift assignments of a human Xist RNA A-repeat tetraloop hairpin

essential for X-chromosome inactivation. Biomol. NMR Assign. 6, 75–77.

doi: 10.1007/s12104-011-9328-z

Duszczyk, M. M., Wutz, A., Rybin, V., and Sattler, M. (2011). The Xist

RNA A-repeat comprises a novel AUCG tetraloop fold and a platform for

multimerization. RNA 17, 1973–1982. doi: 10.1261/rna.2747411

Duszczyk, M. M., Zanier, K., and Sattler, M. (2008). A NMR strategy to

unambiguously distinguish nucleic acid hairpin and duplex conformations

applied to a Xist RNA A-repeat. Nucleic Acids Res. 36, 7068–7077.

doi: 10.1093/nar/gkn776

Engreitz, J. M., Haines, J. E., Perez, E. M., Munson, G., Chen, J., Kane, M.,

et al. (2016a). Local regulation of gene expression by lncRNA promoters,

transcription and splicing. Nature 539, 452–455. doi: 10.1038/nature20149

Engreitz, J. M., Ollikainen, N., and Guttman, M. (2016b). Long non-coding RNAs:

spatial amplifiers that control nuclear structure and gene expression. Nat. Rev.

Mol. Cell Biol. 17, 756–770. doi: 10.1038/nrm.2016.126

Fang, R., Moss, W. N., Rutenberg-Schoenberg, M., and Simon, M. D. (2015).

Probing Xist RNA structure in cells using targeted structure-seq. PLoS Genet.

11:e1005668. doi: 10.1371/journal.pgen.1005668

Giorgetti, L., Lajoie, B. R., Carter, A. C., Attia, M., Zhan, Y., Xu, J., et al. (2016).

Structural organization of the inactive X chromosome in the mouse. Nature

535, 575–579. doi: 10.1038/nature18589

Grant, J., Mahadevaiah, S. K., Khil, P., Sangrithi, M. N., Royo, H., Duckworth,

J., et al. (2012). Rsx is a metatherian RNA with Xist-like properties in X-

chromosome inactivation. Nature 487, 254–258. doi: 10.1038/nature11171

Hacisuleyman, E., Goff, L. A., Trapnell, C., Williams, A., Henao-Mejia, J., Sun,

L., et al. (2014). Topological organization of multichromosomal regions by

the long intergenic noncoding RNA Firre. Nat. Struct. Mol. Biol. 21, 198–206.

doi: 10.1038/nsmb.2764

Hasegawa, Y., Brockdorff, N., Kawano, S., Tsutui, K., Tsutui, K., and Nakagawa, S.

(2010). The matrix protein hnRNP U is required for chromosomal localization

of Xist, RNA. Dev. Cell 19, 469–476. doi: 10.1016/j.devcel.2010.08.006

Helbig, R., and Fackelmayer, F. O. (2003). Scaffold attachment factor A (SAF-A)

is concentrated in inactive X chromosome territories through its RGG domain.

Chromosoma 112, 173–182. doi: 10.1007/s00412-003-0258-0

Kanhere, A., Viiri, K., Araújo, C. C., Rasaiyaah, J., Bouwman, R. D., Whyte, W.

A., et al. (2010). Short RNAs are transcribed from repressed polycomb target

genes and interact with polycomb repressive complex-2.Mol. Cell 38, 675–688.

doi: 10.1016/j.molcel.2010.03.019

Frontiers in Molecular Biosciences | www.frontiersin.org 9 December 2017 | Volume 4 | Article 90

https://doi.org/10.1038/nature21715
https://doi.org/10.1126/science.aal2512
https://doi.org/10.1093/nar/gku277
https://doi.org/10.1016/j.sbi.2011.03.009
https://doi.org/10.3389/fmolb.2017.00045
https://doi.org/10.1093/database/bat034
https://doi.org/10.1038/nature01546
https://doi.org/10.1016/S0168-9525(02)02717-8
https://doi.org/10.1016/0092-8674(92)90519-I
https://doi.org/10.1073/pnas.1312951111
https://doi.org/10.1186/s13059-015-0733-y
https://doi.org/10.1016/j.cell.2011.09.028
https://doi.org/10.1126/science.aae0047
https://doi.org/10.1016/bs.mie.2015.01.008
https://doi.org/10.1016/j.cell.2015.03.025
https://doi.org/10.1038/nmeth.4100
https://doi.org/10.1016/j.molcel.2014.01.002
https://doi.org/10.1093/nar/gkw1094
https://doi.org/10.1038/nature11112
https://doi.org/10.1007/s12104-011-9328-z
https://doi.org/10.1261/rna.2747411
https://doi.org/10.1093/nar/gkn776
https://doi.org/10.1038/nature20149
https://doi.org/10.1038/nrm.2016.126
https://doi.org/10.1371/journal.pgen.1005668
https://doi.org/10.1038/nature18589
https://doi.org/10.1038/nature11171
https://doi.org/10.1038/nsmb.2764
https://doi.org/10.1016/j.devcel.2010.08.006
https://doi.org/10.1007/s00412-003-0258-0
https://doi.org/10.1016/j.molcel.2010.03.019
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles


Pintacuda et al. Function by Structure: Spotlights on Xist RNA

Kawaguchi, R., and Kiryu, H. (2016). Parallel computation of genome-scale RNA

secondary structure to detect structural constraints on human genome. BMC

Bioinformatics 17, 203. doi: 10.1186/s12859-016-1067-9

Ke, S., Pandya-Jones, A., Saito, Y., Fak, J. J., Vågbø, C. B., Geula, S., et al. (2017).

m6A mRNA modifications are deposited in nascent pre-mRNA and are not

required for splicing but do specify cytoplasmic turnover. Genes Dev. 31,

990–1006. doi: 10.1101/gad.301036.117

Kohlmaier, A., Savarese, F., Lachner, M., Martens, J., Jenuwein, T.,

and Wutz, A. (2004). A chromosomal memory triggered by Xist

regulates histone methylation in X inactivation. PLoS Biol. 2:E171.

doi: 10.1371/journal.pbio.0020171

Kolpa, H. J., Fackelmayer, F. O., and Lawrence, J. B. (2016). SAF-A requirement

in anchoring XIST RNA to chromatin varies in transformed and primary cells.

Dev. Cell 39, 9–10. doi: 10.1016/j.devcel.2016.09.021

Latham, M. P., Brown, D. J., McCallum, S. A., and Pardi, A. (2005). NMR

methods for studying the structure and dynamics of RNA. Chem. Bio. Chem.

6, 1492–1505. doi: 10.1002/cbic.200500123

Leone, S., and Santoro, R. (2016). Challenges in the analysis of long noncoding

RNA functionality. FEBS Lett. 590, 2342–2353. doi: 10.1002/1873-3468.12308

Liu, B., Ye, B., Yang, L., Zhu, X., Huang, G., Zhu, P., et al. (2017). Long noncoding

RNA lncKdm2b is required for ILC3 maintenance by initiation of Zfp292

expression. Nat. Immunol. 18, 499–508. doi: 10.1038/ni.3712

Liu, F., Somarowthu, S., and Pyle, A. M. (2017). Visualizing the secondary and

tertiary architectural domains of lncRNA RepA. Nat. Chem. Biol. 13, 282–289.

doi: 10.1038/nchembio.2272

Liu, N., Zhou, K. I., Parisien, M., Dai, Q., Diatchenko, L., and Pan, T. (2017). N6-

methyladenosine alters RNA structure to regulate binding of a low-complexity

protein. Nucleic Acids Res. 45, 6051–6063. doi: 10.1093/nar/gkx141

Low, J. T., and Weeks, K. M. (2010). SHAPE-directed RNA secondary structure

prediction. Methods 52, 150–158. doi: 10.1016/j.ymeth.2010.06.007

Lu, Z., Carter, A. C. and Chang, H. Y. (2017). Mechanistic insights in X-

chromosome inactivation. Philos. Trans. R. Soc. Lond. B Biol. Sci. 372:20160356.

doi: 10.1098/rstb.2016.0356

Lu, Z., Zhang, Q. C., Lee, B., Flynn, R. A., Smith,M. A., Robinson, J. T., et al. (2016).

RNA duplex map in living cells reveals higher-order transcriptome structure.

Cell 165, 1267–1279. doi: 10.1016/j.cell.2016.04.028

Maenner, S., Blaud, M., Fouillen, L., Savoye, A., Marchand, V., Dubois, A., et al.

(2010). 2-D structure of the A region of Xist, RNA., and its implication for PRC2

association. PLoS Biol. 8:e1000276. doi: 10.1371/journal.pbio.1000276

McHugh, C. A., Chen, C. K., Chow, A., Surka, C. F., Tran, C., McDonel, P.,

et al. (2015). The Xist lncRNA interacts directly with SHARP to silence

transcription through HDAC3. Nature 521, 232–236. doi: 10.1038/nature

14443

Mellin, J. R., and Cossart, P. (2015). Unexpected versatility in bacterial

riboswitches. Trends Genet. 31, 150–156. doi: 10.1016/j.tig.2015.01.005

Meyer, K. D., Saletore, Y., Zumbo, P., Elemento, O., Mason, C. E., and

Jaffrey, S. R. (2012). Comprehensive analysis of mRNA methylation reveals

enrichment in 3’ UTRs and near stop codons. Cell 149, 1635–1646.

doi: 10.1016/j.cell.2012.05.003

Minajigi, A., Froberg, J. E., Wei, C., Sunwoo, H., Kesner, B., Colognori, D.,

et al. (2015). A comprehensive Xist interactome reveals cohesin repulsion

and an RNA-directed chromosome conformation. Science 349:aab2276.

doi: 10.1126/science.aab2276

Minks, J., Baldry, S. E., Yang, C., Cotton, A. M., and Brown, C. J. (2013).

XIST-induced silencing of flanking genes is achieved by additive action of

repeat a monomers in human somatic cells. Epigenetics Chromatin 6:23.

doi: 10.1186/1756-8935-6-23

Moindrot, B., Cerase, A., Coker, H., Masui, O., Grijzenhout, A., Pintacuda, G.,

et al. (2015). A pooled shRNA screen identifies rbm15, spen, and wtap as

factors required for Xist RNA-mediated silencing. Cell Rep. 12, 562–572.

doi: 10.1016/j.celrep.2015.06.053

Monfort, A., Di Minin, G., Postlmayr, A., Freimann, R., Arieti, F., Thore, S., et al.

(2015). Identification of spen as a crucial factor for Xist function through

forward genetic screening in haploid embryonic stem cells. Cell Rep. 12,

554–561. doi: 10.1016/j.celrep.2015.06.067

Nesterova, T. B., Slobodyanyuk, S. Y., Elisaphenko, E. A., Shevchenko, A. I.,

Johnston, C., Pavlova, M. E., et al. (2001). Characterization of the genomic

Xist locus in rodents reveals conservation of overall gene structure and tandem

repeats but rapid evolution of unique sequence. Genome Res. 11, 833–849.

doi: 10.1101/gr.174901

Patil, D. P., Chen, C. K., Pickering, B. F., Chow, A., Jackson, C., Guttman,

M., et al. (2016). m(6)A RNA methylation promotes XIST-mediated

transcriptional repression. Nature 537, 369–373. doi: 10.1038/nature

19342

Pintacuda, G., and Cerase, A. (2015). X inactivation lessons from

differentiating mouse embryonic stem cells. Stem Cell Rev. 11, 699–705.

doi: 10.1007/s12015-015-9597-5

Pintacuda, G., Wei, G., Roustan, C., Kirmizitas, B. A., Solcan, N., Cerase,

A., et al. (2017). hnRNPK recruits PCGF3/5-PRC1 to the Xist RNA B-

Repeat to establish polycomb-mediated chromosomal silencing. Mol. Cell 68,

955–969.e910. doi: 10.1016/j.molcel.2017.11.013

Pinter, S. F. (2016). A tale of two cities: how Xist and its partners localize

to and silence the bicompartmental X. Semin. Cell Dev. Biol. 56, 19–34.

doi: 10.1016/j.semcdb.2016.03.023

Ponjavic, J., Ponting, C. P., and Lunter, G. (2007). Functionality or transcriptional

noise? evidence for selection within long noncoding RNAs. Genome Res. 17,

556–565. doi: 10.1101/gr.6036807

Ramos, A. D., Andersen, R. E., Liu, S. J., Nowakowski, T. J., Hong, S. J., Gertz, C.,

et al. (2015). The long noncoding RNA Pnky regulates neuronal differentiation

of embryonic and postnatal neural stem cells. Cell Stem Cell 16, 439–447.

doi: 10.1016/j.stem.2015.02.007

Ridings-Figueroa, R., Stewart, E. R., Nesterova, T. B., Coker, H., Pintacuda, G.,

Godwin, J., et al. (2017). The nuclear matrix protein CIZ1 facilitates localization

of Xist RNA to the inactive X-chromosome territory. Genes Dev. 31, 876–888.

doi: 10.1101/gad.295907.117

Rivas, E., Clements, J., and Eddy, S. R. (2017). A statistical test for conserved RNA

structure shows lack of evidence for structure in lncRNAs. Nat. Methods 14,

45–48. doi: 10.1038/nmeth.4066

Sarma, K., Levasseur, P., Aristarkhov, A., and Lee, J. T. (2010). Locked nucleic acids

(LNAs) reveal sequence requirements and kinetics of Xist RNA localization

to the X chromosome. Proc. Natl. Acad. Sci. U.S.A. 107, 22196–22201.

doi: 10.1073/pnas.1009785107

Sauvageau,M., Goff, L. A., Lodato, S., Bonev, B., Groff, A. F., Gerhardinger, C., et al.

(2013). Multiple knockout mouse models reveal lincRNAs are required for life

and brain development. Elife 2:e01749. doi: 10.7554/eLife.01749

Shen, L. X., Cai, Z., and Tinoco, I. Jr. (1995). RNA structure at high resolution.

FASEB J. 9, 1023–1033.

Smola, M. J., Christy, T. W., Inoue, K., Nicholson, C. O., Friedersdorf, M.,

Keene, J. D., et al. (2016). SHAPE reveals transcript-wide interactions,

complex structural domains, and protein interactions across the Xist

lncRNA in living cells. Proc. Natl. Acad. Sci. U.S.A. 113, 10322–10327.

doi: 10.1073/pnas.1600008113

Somarowthu, S. (2016). Progress and current challenges in modeling large RNAs.

J. Mol. Biol. 428, 736–747. doi: 10.1016/j.jmb.2015.11.011

Somarowthu, S., Legiewicz, M., Chillón, I., Marcia, M., Liu, F., and Pyle, A. M.

(2015). HOTAIR forms an intricate andmodular secondary structure.Mol. Cell

58, 353–361. doi: 10.1016/j.molcel.2015.03.006

Splinter, E., de Wit, E., Nora, E. P., Klous, P., van de Werken, H. J., Zhu, Y.,

et al. (2011). The inactive X chromosome adopts a unique three-dimensional

conformation that is dependent on Xist, RNA. Genes Dev. 25, 1371–1383.

doi: 10.1101/gad.633311

Sunwoo, H., Colognori, D., Froberg, J. E., Jeon, Y., and Lee, J. T. (2017).

Repeat E anchors Xist RNA to the inactive X chromosomal compartment

through CDKN1A-interacting protein (CIZ1). Proc. Natl. Acad. Sci. U.S.A. 114,

10654–10659. doi: 10.1073/pnas.1711206114

Sunwoo, H., Wu, J. Y., and Lee, J. T. (2015). The Xist RNA-PRC2 complex at

20-nm resolution reveals a low Xist stoichiometry and suggests a hit-and-run

mechanism in mouse cells. Proc. Natl. Acad. Sci. U.S.A. 112, E4216–E4225.

doi: 10.1073/pnas.1503690112

van Delft, P., Akay, A., Huber, S. M., Bueschl, C., Rudolph, K. L. M., Di Domenico,

T., et al. (2017). The profile and dynamics of RNA modifications in animals.

Chem. Bio. Chem. 18, 979–984. doi: 10.1002/cbic.201700093

Van Nostrand, E. L., Pratt, G. A., Shishkin, A. A., Gelboin-Burkhart, C., Fang, M.

Y., Sundararaman, B., et al. (2016). Robust transcriptome-wide discovery of

RNA-binding protein binding sites with enhanced CLIP (eCLIP). Nat. Methods

13, 508–514. doi: 10.1038/nmeth.3810

Frontiers in Molecular Biosciences | www.frontiersin.org 10 December 2017 | Volume 4 | Article 90

https://doi.org/10.1186/s12859-016-1067-9
https://doi.org/10.1101/gad.301036.117
https://doi.org/10.1371/journal.pbio.0020171
https://doi.org/10.1016/j.devcel.2016.09.021
https://doi.org/10.1002/cbic.200500123
https://doi.org/10.1002/1873-3468.12308
https://doi.org/10.1038/ni.3712
https://doi.org/10.1038/nchembio.2272
https://doi.org/10.1093/nar/gkx141
https://doi.org/10.1016/j.ymeth.2010.06.007
https://doi.org/10.1098/rstb.2016.0356
https://doi.org/10.1016/j.cell.2016.04.028
https://doi.org/10.1371/journal.pbio.1000276
https://doi.org/10.1038/nature14443
https://doi.org/10.1016/j.tig.2015.01.005
https://doi.org/10.1016/j.cell.2012.05.003
https://doi.org/10.1126/science.aab2276
https://doi.org/10.1186/1756-8935-6-23
https://doi.org/10.1016/j.celrep.2015.06.053
https://doi.org/10.1016/j.celrep.2015.06.067
https://doi.org/10.1101/gr.174901
https://doi.org/10.1038/nature19342
https://doi.org/10.1007/s12015-015-9597-5
https://doi.org/10.1016/j.molcel.2017.11.013
https://doi.org/10.1016/j.semcdb.2016.03.023
https://doi.org/10.1101/gr.6036807
https://doi.org/10.1016/j.stem.2015.02.007
https://doi.org/10.1101/gad.295907.117
https://doi.org/10.1038/nmeth.4066
https://doi.org/10.1073/pnas.1009785107
https://doi.org/10.7554/eLife.01749
https://doi.org/10.1073/pnas.1600008113
https://doi.org/10.1016/j.jmb.2015.11.011
https://doi.org/10.1016/j.molcel.2015.03.006
https://doi.org/10.1101/gad.633311
https://doi.org/10.1073/pnas.1711206114
https://doi.org/10.1073/pnas.1503690112
https://doi.org/10.1002/cbic.201700093
https://doi.org/10.1038/nmeth.3810
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles


Pintacuda et al. Function by Structure: Spotlights on Xist RNA

Wu, X. S., Wang, F., Li, H. F., Hu, Y. P., Jiang, L., Zhang, F., et al. (2017). LncRNA-

PAGBC acts as a microRNA sponge and promotes gallbladder tumorigenesis.

EMBO Rep. 18, 1837–1853. doi: 10.15252/embr.201744147

Wutz, A., Rasmussen, T. P., and Jaenisch, R. (2002). Chromosomal silencing and

localization are mediated by different domains of Xist, RNA. Nat. Genet. 30,

167–174. doi: 10.1038/ng820

Yamada, N., Hasegawa, Y., Yue, M., Hamada, T., Nakagawa, S., and

Ogawa, Y. (2015). Xist Exon 7 contributes to the stable localization

of Xist RNA on the inactive X-chromosome. PLoS Genet. 11:e1005430.

doi: 10.1371/journal.pgen.1005430

Yue, M., Ogawa, A., Yamada, N., Charles Richard, J. L., Barski, A., and Ogawa, Y.

(2017). Xist RNA repeat E is essential for ASH2L recruitment to the inactive X

and regulates histone modifications and escape gene expression. PLoS Genet.

13:e1006890. doi: 10.1371/journal.pgen.1006890

Zhao, J., Sun, B. K., Erwin, J. A., Song, J. J., and Lee, J. T. (2008). Polycomb proteins

targeted by a short repeat RNA to the mouse X chromosome. Science 322,

750–756. doi: 10.1126/science.1163045

Zhou, K. I., Parisien, M., Dai, Q., Liu, N., Diatchenko, L., Sachleben, J. R., et al.

(2016). N(6)-Methyladenosine modification in a long noncoding RNA hairpin

predisposes its conformation to protein binding. J. Mol. Biol. 428, 822–833.

doi: 10.1016/j.jmb.2015.08.021

Conflict of Interest Statement: The authors declare that the research was

conducted in the absence of any commercial or financial relationships that could

be construed as a potential conflict of interest.

The reviewer EGS and handling Editor declared their shared affiliation.

Copyright © 2017 Pintacuda, Young and Cerase. This is an open-access article

distributed under the terms of the Creative Commons Attribution License (CC BY).

The use, distribution or reproduction in other forums is permitted, provided the

original author(s) or licensor are credited and that the original publication in this

journal is cited, in accordance with accepted academic practice. No use, distribution

or reproduction is permitted which does not comply with these terms.

Frontiers in Molecular Biosciences | www.frontiersin.org 11 December 2017 | Volume 4 | Article 90

https://doi.org/10.15252/embr.201744147
https://doi.org/10.1038/ng820
https://doi.org/10.1371/journal.pgen.1005430
https://doi.org/10.1371/journal.pgen.1006890
https://doi.org/10.1126/science.1163045
https://doi.org/10.1016/j.jmb.2015.08.021
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/molecular-biosciences
https://www.frontiersin.org
https://www.frontiersin.org/journals/molecular-biosciences#articles

	Function by Structure: Spotlights on Xist Long Non-coding RNA
	Introduction
	Xist Topology and RNA Structures
	Xist A-Repeats
	Full-Length Xist Structures

	Function by Structure
	Xist Tandem Repeats and Binding Proteins
	A-Repeat
	B-Repeat
	C-Repeat
	E-Repeat
	Other Xist Binding Factors
	Xist m6A Methylation, Structure and Gene-Silencing


	Final Remarks
	Author Contributions
	Acknowledgments
	References


