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RNA-binding proteins are customarily regarded as important facilitators of gene expres-
sion. In recent years, RNA—protein interactions have also emerged as a pervasive force in
the regulation of homeostasis. The compendium of proteins with provable RNA-binding
function has swelled from the hundreds to the thousands astride the partnership of mass
spectrometry-based proteomics and RNA sequencing. At the foundation of these
advances is the adaptation of RNA-centric capture methods that can extract bound protein
that has been cross-linked in its native environment. These methods reveal snapshots in
time displaying an extensive network of regulation and a wealth of data that can be used
for both the discovery of RNA-binding function and the molecular interfaces at which these
interactions occur. This review will focus on the impact of these developments on our
broader perception of post-transcriptional regulation, and how the technical features of
current capture methods, as applied in mammalian systems, create a challenging medium
for interpretation by systems biologists and target validation by experimental researchers.

Introduction

RNA-binding proteins (RBPs) are proteins that directly interact with single-stranded or double-
stranded RNA. These interactions form complexes, known as ribonucleoproteins (RNPs), which drive
the post-transcriptional processes necessary for gene expression. Thus, for the entirety of its lifecycle,
RNA is tended to by a host of proteins that govern its synthesis, trafficking, translation, and degrad-
ation. This active participation makes the discovery of RBPs a critical first step towards understanding
how such post-transcriptional governance impacts homeostasis or disorder. In recent years, some
efforts have strayed from traditional strategies such as immunoprecipitation or targeted mutagenesis,
towards the global screening of RNA-bound protein using mass spectrometry (MS) based proteomics.
These unbiased approaches have begun to reveal an RNA interactome of unexpected complexity that
is characterised by widespread participation from the proteome and hints at unknown, yet ubiquitous,
molecular processes occurring throughout the cell.

The molecular and physiological landscape of
RNA-binding proteins

The attraction of a protein’s RNA-binding domains (RBDs) to a RNA’s surface of interaction depends
on a diverse range of forces that are widely recognised. For instance, the K-homology domains of the
fragile X mental retardation 1 (FMRI1) and Nova proteins rely on nucleotide recognition via hydro-
phobic interactions with non-aromatic residues, hydrogen bonding to bases, and shape complementar-
ity with sugar-phosphate backbone contacts [1]. The RNA-recognition motifs (RRM), found in many
proteins of the spliceosome, typically rely on a salt bridge between an Arg or Lys residue with the
phosphodiester backbone and stacking interactions between aromatic residues and nucleobases [2].
Another well-known group of domains includes the Zinc finger family which allows transcription
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factor IITA to discriminate DNA from RNA by leveraging electrostatic interactions with protein side chains that
capture RNA loops [3]. Thus, the binding of a single domain can involve a composite event of multiple forces
that can guide, or be the product of, complementary structures.

The present canon of conventional RBDs comprises more than a dozen distinct groups in addition to the
KH, RRM, and zinc finger families. Among conventional RBPs these domains act as modules which confer
different levels of RNA specificity according to their combinatorics. Though affinity can be supported by inter-
action with a single domain it is often strengthened by the collective effort of many domains that an RNA is
targeted by either sequence, structure, or a blend of both. Where distant sites are bound, domain organisation
plays a major role, for instance, a linker region that is ordered or disordered will place different constraints on
eligible targets based on its topology and length [2]. Conversely, affinity with a single surface of interaction can
be expanded by the structural alignment of several domains or even occluded by intervening structures that act
as a molecular switch [4].

In recent years, it has come to light that hundreds of new RBPs are intrinsically disordered and frequently
lack known RBDs [5,6]. Disordered regions entail the absence of a stable three-dimensional structure and can
harbour multiple interaction sites. These domains are composed of low complexity and repetitive amino acid
sequences such as the previously reported, non-classical, short linear motifs (SLiMs), RG[G] repeats, and RS/
RG-rich sequences [7]. These same features are shared between RBPs that lack known RBDs implying that
plasticity could be the centrepiece of RNA interaction and a means of fine-tuning post-transcriptional control.
One such domain previously predicted, though lacking experimental evidence at the time, was the
RNA-binding domain abundant in Apicomplexans (RAP) common to the fas-activated serine/threonine
(FAST) kinase family [5,8]. The FASTK family are regulators of mitochondrial RNA homeostasis and have
since been confirmed to possess an RNA targeting region though upstream of RAP’s endonucleolytic domain
[9]. Another well-known example, glyceraldehyde-3-phosphate dehydrogenase (GAPDH), can exercise different
effects through non-canonical interaction with a variety of AU-rich sequences in a number mRNAs including
cyclooxygenase-2 (Cox-2) and colony-stimulating factor-1 (CSF-1) [10-12]. Such proteins, found to be engaged
in biological processes but without any clear role in the RNA lifecycle, have been called ‘EnigmRBPs” and they
provide further hints that a network of RNA-protein controls play a significant role in homeostasis [13].

The apparent prevalence of RNA-binding activity among metabolic enzymes such as FASTK and GAPDH has
put a spotlight on the moonlighting activities of proteins previously thought to perform only one, highly specific
function. That disorder sits at the nexus of many unexpected protein-RNA interactions is revealed by growing
evidence that unstructured RBPs might depend on multiple, low-affinity binding sites to assemble phase-
separated compartments [14-16]. This phenomenon has been linked to the formation of persistent stress
granules and the accumulation of fibrillar protein pathologies in the disease-associated RBP hnRPA1 [15]. Such
findings reinforce the value of using broad experimental strategies to generate a genome-wide RBP census that
could aid in recognising RNA-binding activity among disease-associated proteins or in diagnosing associated
pathologies. This list will inevitably grow and so far RBPs which interact with mRNA have been implicated in
221 Mendelian diseases, the preponderance of which include cancers, muscular atrophies, neurological diseases
and metabolic disorders [17]. Given that just 1.5% of the human genome comprises protein-coding genes it is
likely these numbers will swell as the role of RBPs regulating the behaviour of non-coding RNA is revealed [18].

Experimental strategies for high-throughput discovery

The chemistry underpinning our current gold standards for global RBP discovery rely upon the cross-linking
of protein-RNA interactions and RNA capture (Table 1). The observation that a covalent bond can form
between an amino acid in contact with an RNA nucleotide following ultraviolet (UV) excitation has been the
subject of study for more than 40 years [19,20]. While these interactions can be fixed natively at 254 nm (cCL)
it is also possible to discriminate contacts with newly synthesised RNA by first culturing cells with a photo-
reactive nucleoside such as 4-thiouridine (4SU) which instead reacts at 365 nm (PAR-CL) [21]. Although
numerous other cross-linking strategies exist the popularity of UV methods has endured as a cornerstone of
RBP discovery by high-throughput protocols [22]. The earliest of these capture methods, termed RNA interac-
tome capture (RIC), repurposed mRNA capture protocols typically used for RNA-seq library preparation, to
isolate bound RBPs that were first covalently cross-linked to RNA by either 254 nm or 365 nm irradiation
(Figure 1i) and next analysed by MS to identify RBP en masse. Using quantitative proteomics these studies
identified up to 900 proteins as having RNA-binding function based on their relative abundance in
non-cross-linked vs cross-linked samples following detergent-based washing [6,23]. Although this depth was
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Table 1. Technical features of high throughput global and targeted methods for protein~-RNA-binding studies using mass spectrometry or

RNA sequencing
Pub. Cells used in

Method year Cross-link Target /capture MS label Capture original study Ref.
RNA interactome capture (RIC) 2012 365nm RNA; poly-A tail SILAC OdT hybridisation, HEK293T, [6,69]

UVv-4SU OdT hybridisation Label-free  magnetic HelLa

254 nm UV
Orthogonal organic phase 2019 254 nm UV RNA; global SILAC Phase separation HEK293, 28]
separation (OOPS) Phase separation T™T U20s,

MCF10A
Protein-cross-linked RNA 2018 254 nm UV RNA; global SILAC Phase separation + silica MCF7 [27]
extraction (XRNAX) Phase separation column
Silica column
Phenol-toluol extraction (PTEX) 2019 254 nm UV RNA, global LFQ Phase separation HEK293 [29]
Phase separation

Click chemistry-assisted RNA 2018 365 nm RNA, labelled Dimethyl Click chemistry of HelLa [26]
interactome capture (CARIC) UV-4SU Click chemistry labelling metabolically labelled

+ EU label + RNA, magnetic

biotin
RNA interactome capture using 2017 254 nm UV RNA, labelled Not Click chemistry of Hela, [70]
click chemistry (RICK) + EU label + Click chemistry described  metabolically labelled HEK293T

biotin RNA, magnetic
Capture hybridisation analysis of 2011 Formaldehyde RNA; sequence Western 25mer biotinylated Hela [71]
RNA targets (CHART) Hybridisation probe, magnetic
Comprehensive identification of 2015 Formaldehyde RNA; sequence Not 20mer biotinylated tiing E36 [42]
RNA-binding proteins by mass Tiling hybridisation described  probe, magnetic
spectrometry (ChIRP)
RNA affinity purification MS 2015 254 nm UV RNA; sequence SILAC 90mer biotinylated tiling  SM33 [41]
(RAP-MS) Tiling hybridisation probe, magnetic
CRISPR-based RNA-united 2020  Formaldehyde Protein; label LFQ sgRNA-Cas13a HEK293T [43]
interacting system (CRUIS) Immunoprecipitation proximity labelling,

magnetic

RNA immunoprecipitation (RIP, 2006, None, native Protein; epitope RNA-Seq  Antibody mESC [72,73]
RIP-Seq, RIP-chip) 2010 Immunoprecipitation only
Cross-linking and 2003, 254 nm UV Protein; epitope RNA-Seq  Antibody HepG2, K562, [50-
immunoprecipitation (CLIP, 2009  365nm Immunoprecipitation only Hela, mouse  52]
CLIP-Seq, HITS-CLIP, iCLIP, UV-4SU brain

eCLIP)

dependent on high cellular inputs (>300e6 cells), RIC was immediately recognised for its marriage of proven
RNA methods with quantitative MS proteomics. With 900 proteins identified, these surveys demonstrated more
than half of all binding sites not only lack similarity with classical RBDs but also map to intrinsically disor-
dered regions not previously considered [5].

The most obvious criticism of RIC has been its dependence on the use of oligo-dT hybridisation probes
intended to target only those transcripts with poly-adenylated tails. A prerequisite of nuclear export, poly-
adenylation is common to nearly all cytoplasmic mRNAs and some non-coding RNAs [24]. The tail length has
an important role in translation and its gradual shortening over time marks a transcript for enzymatic degrad-
ation [25]. These hallmarks of eukaryotic RNAs, and near absence from prokaryotic cells, can respectively bias
RIC surveys or render them uninformative. More recently, sequence-agnostic capture approaches have
emerged, using either metabolic labelling of cells with nucleosides featuring click chemistry handles or by lever-
aging the capacity for phenol-chloroform cocktails to separate nucleic acids and proteins. The click chemistry
dependent method, termed CARIC, was able to find 597 RBP proteins from HeLa cells while three recently
reported phenol-chloroform protocols, XRNAX, OOPS, and PTEX reported 1357, 1838, and 3037 RBPs
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Figure 1. Common features of RBP-RNA capture methods. Part 1 of 2
(i) Intact cells are subjected to UV cross-linking of RBP to RNA either natively at 254 nm or, with assistance from 4SU, at

365 nm. (i) The subsequent capture protocol will differ according to the study being conducted. From left to right. RBP-centric
capture methods utilise immunoprecipitation to extract a population of target proteins in order to analyse their bound
transcripts. RNA-centric methods such as poly-A capture or transcript specific capture use complementary probes to target an
RNA compartment or RNA species, respectively. The former is frequently followed by global analysis of either RBP or RNA,
where the latter is commonly used to investigate specific RBP interactors only. Phase separation methods capture interactions
across the total transcriptome by first dissociating DNA, RNA and protein molecules. The cocktail’s interphase is relied upon to
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Figure 1. Common features of RBP-RNA capture methods. Part 2 of 2
enrich for protein-RNA complexes based on their compound physico-chemical character. (jiii) Each capture method is subject
to a clean-up step to improve sample purity. From left to right. Immunoprecipitants are subjected to RNA fragmentation and
washing via magnetic separation. RNA-centric captures are also washed by magnetic separation although, because
hybridisation anchors the transcript, these methods can tolerate higher stringencies than their immunoprecipitant counterparts.
For phase separation methods clean-up steps can vary, even within a single protocol, depending on downstream application.
Common aids are multiple passaging through the biphasic cocktail, RNA or protein digestion, and silica capture. In the case of
Ptex, cocktail components can also vary. (iv) Inmunoprecipitant methods often feature another round of separation by gel
electrophoresis and products of a molecular mass close to the target recovered. The RBP-RNA complexes derived from
RNA-centric and phase separation methods can be prepared for either RNA Seq or MS proteomics. (v) Sequencing of RNA
yields can provide transcript identity or be used to identify RNA motifs based on the read densities flanking the cross-link sites.
Similarly, MS proteomics can be used to identify and quantify the RBPs or a domain identification strategy used to find
cross-link sites on the protein.

respectively from extractions of HEK293T cells [26-29]. Where CARIC differs from its phenol-chloroform
based counterparts is that the method’s RBP yields are restricted to cross-linking events with newly synthesised
RNA that have incorporated the alkynyl uridine analogue necessary for capture. Phenol-chloroform methods
are distinct in that RBP-isolation relies on the long held observation that protein-RNA complexes tend to
collect at the cocktail interphase after centrifugation [30]. These cocktails are a potent mixture of chaotropic
salts, anionic detergents, organic, polar, and non-polar components. When combined, their dissociative
strength and density gradients can effectively drive protein flocculation and the separation of proteins, RNA,
and DNA into different compartments [31]. Concentration of protein-RNA aggregates is thus enriched at the
interphase due to the unique biochemical properties of the composite [32]. It is these basic principles that form
the basis for the XRNAX, OOPS, and Ptex methods although each protocol does differ in their use of add-
itional processing steps such as partial or complete RNA/protein digestion, silica capture, multiple passaging,
or pH manipulation in order to achieve a cleaner product [33]. Overall, these whole-transcriptome approaches
to RBP capture represent an important step towards finding a census of protein-RNA interactions (Figure 1ii).

At present, the development of RBP capture methods has mostly been pioneered on immortalised cell lines
to provide enough biological material and offset the relative inefficiency of UV cross-linking. Nevertheless, it
should be noted that, where UV penetrance is achievable, these methods now also enjoy broader application
among organisms as diverse as plants, bacteria, viruses, and single-cell eukaryotes [13,28,34-37]. A common
problem for all systems, however, is that bulk RBP capture tends to be greatly enriched for RNPs engaged in
transcription, translation, and degradation. For researchers focused on the discovery of RBP interactions
outside these processes the sheer abundance and diversity of RNPs can threaten to overwhelm the limited
dynamic range of reliable MS quantitation. Nevertheless, studies of translational arrest have gained some
insight into unexpected patterns of interaction. For instance, in a model of arsenite-induced stress in the MCF7
cell line, XRNAX was able to identify exosome component 2 (EXOSC2) as rotating its binding activity from
cytoplasmic to nuclear RNA transcripts [27]. Moving forward a major challenge for MS-dependent RBP
discovery will be the development of methods that can dissect the interactome with increasing granularity espe-
cially for materially limited or ex vivo cells, fractionated intracellular compartments and complex experimental
models of cellular perturbation [38-40].

More precise approaches to discriminate the range of RBP activities include extraction methods that depend
upon transcript-targeted capture. In these variants, the oligo-dT sequence used by RIC probes are replaced
with a library of complementary sequences which tile the target RNA transcript. Coincident studies termed
comprehensive identification of RNA-binding proteins by mass spectrometry (ChIRP-MS) and RNA antisense
purification coupled with mass spectrometry (RAP-MS) use this strategy to show hundreds of proteins involved
in X-inactive specific transcript (XIST) mediated silencing of gene expression in secondary copies of the X
chromosome [41,42]. Key findings associated with these studies included mapping the co-ordinate assembly of
XIST RNP from pluripotency to differentiation, and the identification of SHARP, SAF-A, and LBR as RBPs
required for transcriptional repression.

RAP-MS and ChIRP-MS hybridisation methods depend on the chance encounter between probe and its
complementary target in a complex lysate. An alternative strategy, CRISPR-based RNA-united interacting
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system (CRUIS), relies on a guide RNA to anchor dCasl3a to its RNA target whereupon the proximity
labelling enzyme PafA mediates PupE modification of the nearby protein [43]. Subsequently, the PupE sub-
strate is used to enrich the RBP for MS analysis and its utilisation for tracking stress granules or identifying
interactors with non-coding RNA activated by DNA damage (NORAD) and p21 mRNA hold promise for
the targeting of specific RNAs in a given locale [43]. Indeed, given that each RNA spends the entirety of its
lifecycle in association with RBPs, CRUIS, in combination with genetic control of PafA, can offer the opportun-
ity to target interactions at a specific stage or location. Another use for probes includes their capacity to be
modified with epitranscriptomic signatures. These synthetic sequences can be used as baits to interrogate
total lysates in a search for RBPs whose interaction depend on an RNA modification. When combined with
UV cross-linking such chemoproteomic probes have been used to define show that the N'-methyladenosine
dependent interaction between YTH N6-methyladenosine RNA-binding protein 2 (YTHDEF2) and its target
can control transcript destabilisation [44]. Cross-linking events between wholly endogenous interactors
risks loss of such information once the nucleotide contact becomes buried or irretrievable from its protein
binding partner.

The precision of UV cross-linking and RBP affinity capture
The assignment of RNA-binding function depends on the quantitative comparison between non-cross-linked
and cross-linked samples. Thus, confidence in identification relies upon two primary factors; the specificity of
cross-linking and the stringency of washing (Figure 1iii). Fortunately, UV cross-linking occurs only at extremely
short distances and, coupled with application to intact cells, has been a transformative advance for fixing bona-
fide RBP-RNA contacts in their native environment [45,46]. UV cross-linking can be conducted at 254 nm
although because efficiency is poor (<1-5%), and has a slight uracil bias, the cross-linked RBP-RNA complexes
recovered cannot wholly represent the full complement of complexes engaged in biological processes [22].
Where material limitations are problematic, however, higher yields of RBP-RNA complexes can be achieved by
culturing cells with photo-reactive 4SU [47]. The field has, however, begun to move away from 4SU due to tox-
icity concerns and its cross-linking restriction to synthetic uracil [48]. Despite its low efficiency, the selectivity
of a cross-link that is generated only between protein and RNA provides an extraordinary opportunity for
RBPs to be identified qualitatively, by purification, rather than inferred via relative quantitation. Traditionally,
affinity proteomics brings with it the need for a user to expertly assess both the likelihood that an enriched
protein is indirectly associated with their target, and thence co-purifying with it, and the statistical impact that
common background proteins, shared between experiment and control samples, might have on finding signifi-
cance. Because the cross-link is covalent, however, there is every chance that high stringency protocols can be
developed in the future to eliminate unwanted passengers altogether (Figure 1iv).

The precision of UV cross-linking can be assessed by RNA sequencing. The covalent bond between RBP and
RNA is irreversible and the bound amino acids frequently block reverse transcription on the template strand of
enriched transcripts [49]. This results in truncated cDNAs presenting with low sequence diversity or a loss of
primer binding sites for qQPCR. This inherent incompatibility between reverse transcription enzymes and cross-
linked RNA adds value to both the native 254 nm and 4SU-dependent 365 nm approaches. If 80% of reads halt
at the site of cross-linking then the sequencing of truncated cDNAs can reliably reveal the proximal site of RBP
binding; moreover, where 4-thiouridine has facilitated cross-linking, successful reverse transcription leads to a
T > C substitution, essentially presenting as a point mutation that flags binding sites [21]. The motifs at these
sites are of particular interest to the study of RNA biology and are the primary focus of RBP-RNA extraction
methods that focus on cross-linking and immunoprecipitation (CLIP) analysis and its sequencing-enabled suc-
cessors CLIP-Seq, iCLIP, and eCLIP [50-54].

MS strategies can also sequence RNA-binding domains that are cross-linked to the site of interaction. The
covalent bond between RBD and RNA is irreversible and RNA destruction cannot fully divest a RBD of all
attached nucleotides. Thus, when a cross-linked peptide enters the mass spectrometer a mass shift which corre-
sponds with the size of its RNA cargo can be observed. Typical database matching algorithms for popular
MS software will not recognise these spectra because they are not calibrated to recognise such modifications.
A bioinformatic pipeline that allows for such identifications is RNP*", is a bioinformatic pipeline which has
identified 257 cross-linking sites [55]. Alternative strategies have located up to 1000 sites by instead identifying
the native mass of sequences flanking the cross-linking site; methods such as RBDmap (or its variants),
pCLAP, and RBR-ID limit MS acquisition to the bound region by conducting a limited digest of the larger
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protein before discarding these regions and next using tryptic digest to identify peptides proximal, but not
tethered, to the RNA moiety [5,28,56,57].

Analytical challenges confronting RNA interactome surveys
An experimental protocol that can identify and measure interactions and simultaneously describe the molecular
interface of these binding events has extraordinary potential for both systems biology and target discovery
(Figure 1v). Such data, however, also presents enormous experimental and multi-disciplinary challenges. Given
the discovery of unconventional RBPs and moonlighting enzymes is a nascent field, it will be some time before
many are validated. For researchers investigating a defined molecular event, cellular fate, or disease phenotype,
finding that smoking gun is deeply dependent on the stringency of capture and sensitivity of MS acquisition.
Additional hard limits can be set by high material demands, which preclude the study of many primary cell
types, or use of metabolic labelling or chemical tagging which can be expensive and unwieldy where many
biological replicates are desired per condition in both non-cross-linked and cross-linked states [58]. Future RBP
capture protocols that solve these problems can provide non-specialist laboratories the opportunity to adopt
RBP discovery as a routine tool.

The temptation is to forge ahead with systems-level prediction of interaction networks. Recall, however, that
constant interaction with a panoply of proteins is a feature of the RNA lifecycle so, in many cases, the lion’s
share of quality peptide IDs will be consumed by highly conserved proteins and the proteins that co-purify
with them. This bias may lead to key processes being obscured by high levels of physiological redundancy.
Other technical influences exist, for instance, the uracil bias of UV cross-linking will have a systemic effect on
the relative quantitation of RBP engagement notwithstanding dynamic shifts in RNA secondary structure that
will favour the formation of covalent bonds being captured by more exposed strand geometries [59]. Finally,
the sheer combinatoric variety of RBPs that can decorate a single transcript presents a formidable set theory
problem for networks seeking to disentangle independent contributions to the larger regulatory network.

Common elements of sequence and structure shared between RBD and RNA have been used, with varying
degrees of success, as training models for bioinformatic predictions of RBPs [60-64]. Although focused on
molecular discovery, rather than network interpretation, such algorithms can offer a valuable sanity-check to
interpret the performance and development of interactome capture protocols. The cumulative detail offered by
molecular analysis at the binding interface can also support broader hypotheses. Indeed, pattern analyses of
binding events on a whole transcript level supports the notion that complex RNA secondary structures exercise
evolutionary pressure by using exposed nucleotides to select for an accommodative protein topology [63].
That RNA and protein actively exert reciprocating forces is, in turn, reinforced by complex molecular machines
such as the ribosome and RNAse P whose unity each yields a unique function greater than the sum their
parts [65,66]. Thus, we should expect that future attempts to increase the stringency of RBP-RNA captures
must simultaneously focus on denaturing and unravelling the RNA structures that scaffold so many of these
interactions.

Conclusion

For decades, the most compelling scientific narratives behind RNA-protein binding have illuminated events
associated with gene expression. High-throughput RBP capture methods have revealed that these interactions
are not limited to the manufacture of molecular products by specialised machinery but might, in fact, also
serve as a common mechanism for governing metabolic processes [67,68]. As protocols mature, an even greater
depth is likely to be revealed and, when combined with lower input requirements, snapshots of homeostatic
control will allow these approaches to be extended to more diverse cellular models. The capacity for RBP
capture protocols to generate sequence-level evidence of local interactions is an exciting development for
molecular biologists and provides an enormous opportunity to catalogue common patterns that might aid
bioinformatic prediction. Beyond such consensus, however, the apparent conservation of disorder shows
that complementarity is likely to be negotiated by topological flexibility; an observation that will broaden
scientific narratives that may confine regulation to being a product of molecular specialisation and fated struc-
ture. Moving forwards from these early drafts will demand considerable technical rigor and computational
inference from both protein chemists and RNA biologists. But as an experimental method that can both
discover networks of intracellular interaction and reveal the molecular interface at which these occur, the future
is bright.
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Perspective

¢ In recent years, screening for RNA-bound protein using MS based proteomics has revealed
that protein—RNA interactions are ubiquitous and widespread. These activities extend beyond
common mechanisms of gene expression to include participation from metabolic enzymes
and complex, co-evolved molecular machines.

e These screening methods, in concert with RNA sequencing, offer an unbiased discovery
method that can measure dynamic changes in the interactome and pinpoint the bound
sequences of both binding partners. These technologies can be applied to the whole tran-
scriptome, specific transcripts of interest, or networks peculiar to cellular compartments.

e Future technical advances will need to increase the stringency of RBP identification, lower the
necessary material input, reduce technical complexity and broaden experimental utility. Fully
mining data-rich experiments from global RBP-RNA capture protocols will require significant
multi-disciplinary knowledge and may benefit from specialised statistical approaches that can
adjust conventional search algorithms to further trim false positives. As repositories continue
to expand with parameter-rich MS and RNA-Seq data, strategies for RBP classification may
also benefit by integrating structural prediction, hypothesis-free machine learning models or
network modelling.
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