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Abstract

Neurons have their own systems for regulating RNA. Several multigene families encode RNA
binding proteins (RNABPS) that are uniquely expressed in neurons, including the well-known
neuron-specific markers ELAV and NeuN, and the disease antigen NOVA. New technologies
have emerged in recent years to assess the function of these proteins in vivo, and the answers are
yielding insights into how and why neurons may regulate RNA in special ways—to increase
cellular complexity, to spatially localize mRNA, and to regulate their expression in response to
synaptic stimuli. The functions of such restricted neuronal proteins is likely to be complimented
by more widely expressed RNABPs that may themselves have developed specialized functions in
neurons, including Argonaute/miRNAs. Here we review what is known about such RNABPs, and
explore the potential biologic and neurologic significance of neuronal RNA regulatory systems.
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[. Introduction

The idea that neurons have developed unique systems for regulating RNA metabolism—
processing, localization, and expression—has several interesting roots. First are observations
on memory. A large body of evidence suggests that memory, and physiologic correlates
such as long-term potentiation (LTP), require protein synthesis during a brief window after a
memorable experience (Lynch, 2004). Physical evidence—the presence of detectable
mRNA and ribosomes, and the ability to detect local translation (Aakalu et al., 2001;
Schuman et al., 2006; Steward and Schuman, 2001)—and physiologic evidence—the protein
synthesis requirement for axon guidance (Holt and Bullock, 2009; Ming et al., 2002; Zhang
and Poo, 2002) or for long term potentiation after Hebbian stimuli (Lynch, 2004) — support
the hypothesis that synaptic plasticity requires the regulation of some mRNA transcripts
within the synapse itself.

Second, early characterization of neuronal transcripts suggested that pre-mRNAs are
differentially processed in the brain relative to other tissues. This idea was raised by the
work of Amara and Evans, who discovered that the transcript encoding calcitonin, normally
made in the thyroid gland, had two isoforms in thyroid tumors. The alternate isoform was a
poly(A)/splice variant normally found only in neurons, where it encoded an entirely
different protein, the neuropeptide transmitter calcitonin-gene related peptide, CGRP
(Amara et al., 1982). This observation, and many follow-up studies, underlies the idea that
neurons leverage RNA processing to generate orders of magnitude increases in complexity
from a limited size protein-coding genome (Licatalosi and Darnell, 2010).

A third line of evidence came from the study of neuronal markers. Neurobiologists have
long sought out genes that are uniquely expressed in neurons, to demarcate neurons
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histologically and to develop genetic tools. While many markers have been identified that
are specific to neurons within the nervous system (versus glia, for example), most are
robustly expressed in other tissues at some point in development. However, a few were
identified that are extremely specific to neurons throughout life (with one common
exception being germ cells). The first such marker was the Drosophila ELAV (embryonic
lethal abnormal visual) protein. ELAV was identified through a screen for behavioral defects
in flies (Homyk et al., 1980) that were found to have abnormal electroretinograms and
abnormal axonal tracts. Ultimately, RNA and protein expression studies revealed that ELAV
was expressed in all neurons, but not in neuroblasts, glia, or any other tissue type (Campos
etal., 1987; Bier et al., 1988; Yao et al., 1993). Subsequently, ELAV became widely used as
a specific neuronal marker, and as a neuron-specific driver for genetic studies.

In mammalian systems, early putative neuronal markers such as neuron-specific enolase
were found to label glia (Magavi and Macklis, 2008), prompting empiric searches for
additional markers. These led to the mammalian homologue of ELAV (original termed the
Hu antigen, discussed below, now termed ELAV-like (ELAVL)), and NeuN (for “neuronal
nuclei”’). NeuN, identified with a monoclonal antibody generated against brain nuclei and
originally thought to be a transcription factor, was found to reliably identify mature neurons
in the adult brain (Wolf et al., 1996).

Amazingly, each of these classical neuron-specific markers, Elav/Elavl and NeuN (see
below), were found to encode RNABPs. These discoveries have since been augmented with
an expanding list of additional neuron-specific RNABPs, and with the recognition that at
least some more generally expressed RNABPs may act in concert with the neuronal
RNABPs (Table 1).

A fourth and equally unexpected line of evidence was the discovery of neuron-specific RNA
binding proteins in humans that came from the work on a set of cancer-related autoimmune
neurologic disorders, termed the paraneoplastic neurologic disorders (Darnell and Posner,
2011). Autoimmune antisera from these patients identified neuron-specific proteins that
were ectopically expressed in tumor cells, triggering an anti-tumor immune response that
ultimately crossed into the brain, leading to the neurologic disease. In the 1980's, the Darnell
laboratory established that these antisera could be used to clone cDNAs encoding these
antigens using Agtl1 expression vectors, and two different multigene families of genes
turned out to encode the neuron-specific RNA binding proteins Nova and Elavl (Darnell,
1996; Musunuru and Darnell, 2001; Darnell and Posner, 2011).

The significance of the discovery that the brain expresses its own neuronal RNABPS relates
to our attempt to understand what underlies complexity in the brain function. To a first
approximation, the genomic protein-coding capacity of the human and the worm are very
similar (in number and types of protein coding genes). This observation has shifted interest
in understanding complexity as a consequence of the ways in which these genes are
deconvoluted into the RNA world...into how pre-mRNA gene copies are alternatively
spliced and polyadenylated, edited, localized throughout the neuron and translationally
regulated. This much more robust complexity, relative to the control of DNA transcription,
is likely to play a key role in the evolution of complex cellular function, neuronal plasticity
and brain function (Licatalosi and Darnell, 2010). This review will describe the approaches
used to identify the functions of neuronal RNABP's, what is known about each in brain
function and disease, followed by a discussion of future directions.
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II. Approaches to studying neuronal RNA binding protein function

To appreciate the work done by many laboratories in establishing the roles of neuronal
RNABPs, it is essential to appreciate the methods used to establish their functions. Three
major approaches have been established, which, when used in combination with modern
bioinformatics, combine to form a powerful means of defining in vivo functions for
RNABPs. A prior review detailed the combined use of these approaches (Licatalosi and
Darnell, 2010), which are outlined below.

Traditional biochemical approaches

The importance of knowing whether a neuronal protein is an RNABP is underscored by the
original reports that described NeuN was a transcription factor. The traditional means for
defining a protein as an RNABP came from the lab of Gideon Dreyfuss, who characterized a
large number of hnRNP proteins as RNABPs. The fundamental assay, still valid as a screen,
was to bind purified proteins to ribohomopolymer columns, and measure their retention
under increasingly stringent salt washes. In this way, for example, after the gene encoding
the NOVAL protein was cloned, NOVAL was found to bind ribohomopolymers in up to 1.0
M salt, evidence of robust RNA affinity (Buckanovich et al., 1996), while the Fragile-X
mental retardation protein, FMRP, also bound to ribohomopolymers, but with much less
affinity (Siomi et al., 1993). These approaches allowed Dreyfuss and colleagues to classify
RNABPs according to the presence of several canonical motifs (Burd and Dreyfuss, 1994).
This in turn accelerated the classification of many newly discovered proteins as RNABPS,
although it should be noted that new high affinity RNA binding motifs continue to be
described.

A second level of analysis was to identify preferred RNA binding motifs in vitro. This
strategy relied on the development of methods to use recombinant proteins to affinity purify
RNA sequences from random RNA libraries in an iterative manner, termed in vitro RNA
selection (developed using affinity chromatography (Ellington and Szostak, 1990; Green et
al., 1991)) or RNA SELEX (developed using filter binding strategies (Tuerk and Gold,
1990)). Early validation of these methods included their use to identify RNAs bound to the
HIV-1 Rev protein (Ellington and Szostak, 1990), to T4 DNA polymerase (Tuerk and Gold,
1990), and to confirm binding of U1 snRNP-A to sequences in U1 RNA (Tsai et al., 1991).
These approaches have been used to identify in vitro RNA ligands for many of the
mammalian neuronal RNABPs discussed in this review (Table 2), and these have proved to
be extremely valuable in cross-checking binding motifs identified by complimentary
methods described below.

Mammalian genetics

Crucially, for many neuronal RNABPs, in vitro biochemistry has been complimented by
validation of predicted functions in the brains of RNABP-knock-out mice. This is important,
since neither cell quality (particularly the specialized neuronal cell types in the brain), cell
biology (particularly the complex synaptic interactions among many cell types), nor the
stoichiometry of RNA-protein interactions can be faithfully reproduced in tissue culture
cells or primary neurons.

The first neuronal RNABP for which a genetic-null mouse was engineered was the neuron-
specific RNABP Noval (Jensen et al., 2000b). Subsequently null mice have been generated
for most of the RNABPs discussed in this review (see Table 1). In addition, both null mice
(Bakker et al., 1994) and mice harboring an inactivating point mutant (Zang et al., 2009)
have been generated for Fmr1, the gene encoding the Fragile X protein FMRP, providing
useful overlapping means of validating biochemical predictions of in vivo biology (Darnell
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etal., 2011). For each of these RNABPs, as detailed below, the most robust data regarding
their function in neurons relates predictions from biochemical experiments to examination of
RNA variants in wild-type compared with knock-out mice.

Global RNA analyses

HITS-CLIP

One significant limitation of traditional biochemical approaches is that they study one RNA-
protein interaction at a time, such that making generalizations from such data is difficult.
The past decade or so saw an emergence and maturation of methods to analyze RNA
complexity on a global scale. By complexity, we refer to the unique species of RNA present
in a given biological sample. The initial enumeration of RNA complexity came from
analysis of microarrays. As previously discussed (Blencowe et al., 2009; Mortazavi et al.,
2008), the difficulties with such arrays was their inherent signal:noise problem—different
probesets had varying sensitivity and specificity in detecting a range of transcript levels,
leading to burdensome and sometimes inaccurate normalization requirements. Nonetheless,
such arrays were important in providing genome-wide means for approximating transcript
levels in different tissues.

A subsequent generation of exon arrays allowed analysis of alternative splice variants, using
probesets that spanned exon-exon junctions. These exon junction microarrays were
especially informative in the analysis of neuronal RNA complexity. They initially were used
to enumerate alternative splice variants present in brain relative to other tissues (Johnson et
al., 2003; Pan et al., 2004), and then more specifically to analyze splicing alterations altered
when specific factors were missing. Such analyses included genome-wide descriptions of
splice variants in Nova null mice (Ule et al., 2005b) and, in Drosophila, in flies in which
various splicing factors were knocked down (Blanchette et al., 2005). Subsequent studies
expanded our understanding of splicing variation in different tissues (Sugnet et al., 2006),
and of splicing variants related to a number of different neuronal RNABPs. These include
studies of splicing dependent on PTBP2 in N2A neuroblastoma cells (Boutz et al., 2007), the
neural-specific SR protein nSR100 in tissue culture and zebrafish (Calarco et al., 2009), and,
in knockout mouse brain, PTBP2 (Licatalosi et al., 2012)), MBNL1 (Du et al., 2010),
RBFOX1 (Gehman et al., 2011), and ELAVL3 (Ince-Dunn et al., 2012).

A more refined and accurate picture of transcript variants in brain (and other tissues) has
now been afforded by the application of next-generation sequencing—RNA-seq—originally
developed to quantify transcriptomes in yeast (Nagalakshmi et al., 2008) and mammalian
tissues (Mortazavi et al., 2008; Wang et al., 2008), including brain. Even with early
generation high throughput sequencing, read depth was sufficient to begin delineating
alternative splicing patterns unique to brain (Mortazavi et al., 2008; Wang et al., 2008). Such
studies, combined with pair-end sequencing methods and decreasing costs of sequencing,
promise to become the most sensitive and specific means of enumerating RNA variants.
Recent applications include analysis of RNA variants generated by alternative splicing
(Calarco et al., 2011), alternative polyadenylation (Weill et al., 2012) and RNA editing
(Silberberg and Ohman, 2011).

A critical view of data enumerating RNA variants underscores its correlative nature
(Licatalosi and Darnell, 2010). For example, alternative exons whose levels vary in
proportion to expression of a neuronal splicing factor may be directly regulated by that
factor, or indirectly regulated, by, for example an action on a transcript encoding an
intermediate RNABP. Moreover, to understand RNABP function, it is important to identify
both the target RNAs they directly act upon, as well as the actual sites of action. Although
traditional biochemical experiments may demarcate potential binding interactions, even with
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high level bioinformatic analysis they have not been able to fully and accurately predict the
range and variability of interactions seen in living cells. Resolving these issues is crucial to
understanding the mechanisms of RNABP actions in the brain.

Among several approaches taken, those involving crosslinking of RNA-protein complexes
have become the gold standard for identifying sites of functional interaction in vivo,
including in the brain (reviewed in (Licatalosi and Darnell, 2010; Darnell, 2010; Calarco et
al., 2011; Konig et al., 2012). These methods originated with the development of
crosslinking immunoprecipitation (CLIP) (Figure 1) for identifying Nova-RNA interactions
in the brain (Ule et al., 2003). CLIP was initially adopted slowly, although it proved
versatile for a host of species and RNABPs (see (Darnell, 2010)). However, the application
of high throughput sequencing methods to CLIP (HITS-CLIP; (Licatalosi et al., 2008); see
Sidebar), provided a breakthrough to the field and is now in wide use.

lll. Neuron-specific RNA binding proteins

Elavl

ELAV, the Drosophila homologue of the mammalian neuronal ELAVL proteins, was first
discovered in a Drosophila screen for behavioral defects (Homyk et al., 1980), and named
for the phenotype “embryonic lethal abnormal visual.” Work on ELAV function was
spearheaded by Kalpana White and colleagues, who helped document the neuron-specific
nature of its expression (see Introduction), and went on to recognize that it contained three
RRM-type RNA binding motifs (Robinow et al., 1988). This led to a series of studies using
candidate gene approaches to identify RNAs whose isoform usage correlated with ELAV
levels in mutant flies, including neuroglian (Koushika et al., 1996), encoding a Drosophila
protein with homology to neural adhesion molecule L1, the erect wing gene, encoding a
transcription factor, and armadillo, whose vertebrate homologue is -catenin (Koushika et
al., 2000; Soller and White, 2003). More recent evidence suggested that ELAV bound an
intronic AU-rich element could mediate effects on ewg splicing (Soller and White, 2005).

Studies of paraneoplastic neurologic disorders led to the discovery of three mammalian
homologues of Elav, each with expression that is entirely restricted to neurons, termed
Elavi2-4 (originally HuB, HuC and HuD; there is also one non-neuronal paralogue, Elavi1,
or HUA/HUR). These neuronal ELAVL (termed nELAVL) proteins were discovered using
autoantibodies to screen for the target antigen in the paraneoplastic subacute sensory
neuropathy/encephalomyelopathy syndrome, or the Hu syndrome neurologic disorders (see
SIDEBAR). A careful description of their expression revealed that the three nELAVL
proteins were indeed restricted to central and peripheral neurons, in overlapping but unique
patterns in all postmitotic neurons, with expression persisting throughout adulthood (Okano
and Darnell, 1997).

RNA selection experiments were first performed with nELAVL2/HuB, which revealed a
consensus sequence for U-rich elements interspersed with purines, interpreted as a
preference for binding AU-rich elements (ARES) (Gao et al., 1994; Levine et al., 1993).
Moreover, in elegant biochemical studies, NELAVL1/HuA co-purified with the ARE in the
c-fos gene (Myer et al., 1997). ARE elements mediate rapid decay of mRNAs, through
shortening of the poly(A) tail, followed by mRNA degradation (Chen and Shyu, 2011) (see
(Meisner and Filipowicz, 2011) for review of nELAVL1 function). A number of studies
demonstrated that overexpression of mammalian ELAVL proteins could stabilize ARE-
containing messages (including studies of ELAVLL1 (Dean et al., 2001; Fan et al., 1997; Fan
and Steitz, 1998; Peng et al., 1998), nELAVL2 (Antic et al., 1999; Jain et al., 1997) and
nELAVL4 (Bolognani and Perrone-Bizzozero, 2008)). In vitro and tissue culture
experiments indicated that ELAVL could affect stability and/or translation of a large number
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of proteins, including tau, GAP-43, p21 (for review, see (Hinman and Lou, 2008)) and even
the neuronal splicing factor Noval (Ratti et al., 2008). Following the studies from White and
colleagues in flies, a number of studies in mammalian cells also contributed to evidence that
the ELAVL proteins could act as splicing factors, including in vitro RNA-protein binding
assays, minigene overexpression studies and analyses of conserved AU-rich elements
adjacent to alternative exons (Zhu et al., 2006; Wang et al., 2010a; Zhu et al., 2008; Wang et
al., 2010a) (reviewed in (Hinman and Lou, 2008)).

Together, these reports provided interesting suggestive data, but were restricted by
uncertainty regarding which targets were direct and physiologically relevant, given the
concerns raised above in Section Il. Until recently, a list of actual neuronal target RNAs and
the processes they regulated remained unclear, with the most complete effort coming from a
list RNAs coprecipitating with nELAVL4 in transgenic mice overexpressing nELAVL4
(Bolognani and Perrone-Bizzozero, 2008). Nonetheless, this body of work stimulated great
interest in the nELAVL proteins, and was further fueled by functional studies, including the
observations that the nELAVL3 and nELAVLA4 proteins were necessary for neuronal
maturation in mice (Akamatsu et al., 1999; Akamatsu et al., 2005). This interest laid the
groundwork for the generation of nElavi3 (Ince-Dunn et al., 2012) and nElavi4 (Akamatsu
et al., 2005) null mice, which have proven critical in demarcating nELAVL function in vivo.

nElavi4 null mice were recently used to provide support for a non-cannonical role for
nELAVL4 in pancreatic beta cells (Lee et al., 2012). This interesting data needs
confirmation (RNA could not be detected in beta cells, although protein could be, raising
concern about antibody specificity). Notably, the origin of pancreatic beta cells remains
unclear; progenitor cells in the adult mouse pancreas are able to give rise to neurons and
pancreatic cells, and beta cells express many neuronal proteins and pathways (Dor et al.,
2004; Smukler et al., 2011), including GABA and synaptic like microvesicles (Reetz et al.,
1991)). Examination of nElavi4 null mice demonstrated abnormally high levels of insulin,
and this was correlated with the ability of nELAVL4 to bind to the transcript encoding
insulin in vitro (Lee et al., 2012). Patients with paraneoplastic autoimmunity to the Hu
antigen do not develop diabetes (Darnell and Posner, 2011) even though beta cells are a
common autoimmune target, so aspects of these observations remain puzzling.

A more precise in vivo picture of nELAVL-RNA interactions in neurons within the mouse
brain has recently been afforded by a combination of experiments using nElavl null mice,
HITS-CLIP and bioinformatic analysis (Ince-Dunn et al., 2012). In mouse brain, nELAVL
proteins were found to bind directly to 3° UTR elements, and, to a lesser degree, intronic
elements. An interesting relationship with the original in vitro RNA selection studies was
revealed, in which the in vivo binding sites were U-rich elements harboring a purine, more
commonly a G than an A residue (so rather than binding AU-rich elements, the nELAVL
proteins bind purine/U-rich elements). These binding sites were confirmed by analysis of
crosslink-induced mutations (Zhang and Darnell, 2011), and were found to be functional. In
particular, several intronic binding sites were able to mediate alternative splicing regulation,
as evidenced by their ability to predict splicing changes in nELAVL-null mouse brain. In
addition, nELAVL 3’ UTR binding sites predicted changes in mRNA steady-state levels.

A major goal of identifying RNABP-RNA interaction sites is to gain insight into the
relevant biology. Gene ontology (GO) analysis demonstrated prominent roles for NELAVL-
splicing regulation of transcripts involved in synaptic cytoskeletal dynamics, and nELAVL-
steady-state regulation of transcripts involved in amino acid biosynthesis (Ince-Dunn et al.,
2012). One outstanding target in both GO analyses was the pathway involved in glutamine
synthesis, in particular the gene encoding glutaminase, which catalyzes formation of
glutamate, the major excitatory neurotransmitter in the brain. Indeed, glutamate levels were
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reduced in nNELAV3 null mouse brain, and both these mice and haploinsufficient mice had
spontaneous epilepsy. These studies illustrate how traditional and modern (HITS-CLIP)
biochemistry, combined together with mouse genetics and bioinformatics, provides a potent
means of discovering the role of neuronal RNABP function in the brain.

This triad of biochemistry, mouse genetics and bioinformatics to define neuronal RNABP
function was first established in studies of the RNABP Nova (as reviewed in (Licatalosi and
Darnell, 2010)). As with the nElavl, the genes encoding the NOVA1 and NOVA2 proteins
were identified using autoimmune sera from patients with paraneoplastic opsoclonus-
myoclonus ataxia (Buckanovich et al., 1993; Yang et al., 1998). In this neurologic disorder,
patients with lung or gynecologic tumors develop excessive motor movements, attributable
neurologically (Darnell and Posner, 2011) to a failure of motor inhibition, which sometimes
progresses to encephalopathy (Luque et al., 1991; Hormigo et al., 1994). Characterization of
Noval and Nova2 expression revealed expression that is extremely restricted to post-mitotic
neurons (Yano et al., 2010) in the central, but not peripheral, nervous system, with Noval
expressed primarily in the hindbrain and ventral spinal cord, and Nova2 primarily in the
neocortex (Buckanovich et al., 1993; Yang et al., 1998; Racca et al., 2010).

Traditional biochemical studies established that Nova proteins bind to RNA in a sequence-
specific manner and are able to regulate alternative splicing in vitro. Nova proteins function
as RNABPs (Buckanovich and Darnell, 1997; Buckanovich et al., 1996) and harbor three
KH-type RNA binding motifs. RNA selection defined their in vitro sequence targets as
clusters of YCAY motifs (where Y is a pyrimidine) (Jensen et al., 2000a; Yang et al., 1998;
Buckanovich and Darnell, 1997). The mechanism of KH-domain sequence-specificity was
first revealed by X-ray crystallographic studies of NOVA-RNA complexes (Lewis et al.,
2000; Jensen et al., 2000a; Lewis et al., 1999; Teplova et al., 2011), which showed that the
NOVA KH domains fold into a highly conserved structure in which side chain amino acids
are exactly positioned to provide Watson-Crick hydrogen bond donor and acceptor groups to
specific precisely the CA dinucleotide, and, to a lesser degree, restrict binding of the
surrounding nucleotides to pyrimidines.

These data were used to identify three Nova-regulated pre-mRNAs harboring YCAY
clusters, targets that were confirmed with cellular and in vitro splicing assays. Interestingly,
these targets included two transcripts encoding inhibitory neurotransmitter receptors
encoding the a2 subunit of the glycine (GlyRa2) receptor (Buckanovich and Darnell, 1997;
Jensen et al., 2000b; Racca et al., 2010) and the y2 subunit of the GABAA (GABAA v2)
receptor (Jensen et al., 2000b; Dredge and Darnell, 2003). In addition, in vitro splicing
assays demonstrated that NOV A1 inhibited splicing of its own pre-mRNA by binding
YCAY elements to block U1A binding (Dredge et al., 2005; Ule et al., 2006).

However, critical analysis suggested two outstanding unresolved issues. First, biochemical
assays lacked physiologic stoichiometry (overexpression assays in vitro or in vivo), leaving
uncertainty whether the splicing changes observed were relevant in vivo. This led our lab to
generate Nova-null mice (Jensen et al., 2000b; Yang et al., 1998) to re-explore splicing
targets in vivo. Second, identification of the GlyRa2 and GABAA 2 as Nova targets was
intriguing in light of the fact that Nova was targeted in PND patients with a failure of motor
inhibition, yet our approach to target identification had clearly not been systematic. This
prompted the use of genome-wide methods to assess Nova targets, culminating in the
development of CLIP.

Initial genome-wide approaches to assess RNA splice variation in Nova-null mice used
exon-junction splicing microarrays (Ule et al., 2005b). Analysis of these results, using a
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bioinformatic algorithm (ASPIRE) designed to look for reciprocal splicing changes in WT
and null mice, led to the identification of a robust set of ~50 target RNAs whose splicing
was Nova-dependent. GO analysis of this list led to the first compelling evidence that
RNABPs could regulate a biologically coherent subset of transcripts in vivo—nearly all 50
transcripts encoded synaptic proteins (Ule and Darnell, 2006; Ule et al., 2005b; Calarco et
al., 2011).

Moreover, identifying Nova target RNAs led to prediction and identification of functions for
Nova in synaptic function, including roles in mediating inhibitory responses to long-term
potentiation (Huang et al., 2005), in formation of the neuromuscular junction and motor
neuron function (Ruggiu et al., 2009), and in Reelin signaling and neuronal migration (Yano
et al., 2010; Park and Curran, 2010) (see below).

An important adjunct to the biochemical and genetic analysis of Nova targets was a focused
set of bioinformatic studies. Initially, these assessed whether the first 50 Nova targets
harbored YCAY binding motifs, and led to the unexpected discovery of a position-
dependent map governing splicing regulation in neurons (Ule et al., 2006). Specifically, the
position of binding within the primary transcript was a key determinant of the outcome of
splicing regulation, such that NOVA binding in upstream/within alternative exons mediated
their exclusion, while downstream intronic binding enhanced alternative exon inclusion
(Licatalosi and Darnell, 2010; Licatalosi et al., 2008). Such positional effects are now
recognized (Chen and Manley, 2009; Llorian et al., 2010; Corrionero and Valcarcel, 2009;
Blencowe et al., 2009; Witten and Ule, 2011) as a general feature of splicing control
applicable to over a dozen RNABPs (Llorian et al., 2010; Konig et al., 2010; Chen and
Manley, 2009; Yeo et al., 2009; Xue et al., 2009; Zhang et al., 2008; Kalsotra et al., 2008;
Yuan et al., 2007; Licatalosi and Darnell, 2006; Tollervey et al., 2011; Ince-Dunn et al.,
2012; Licatalosi et al., 2012; Wang et al., 2012; Charizanis et al., 2012).

The effort to develop unbiased, genome-wide assessments target transcripts directly
regulated by NOVA led to the development of CLIP (Ule et al., 2003). These studies,
subsequently combined with HITS-CLIP (Licatalosi et al., 2008), and more sophisticated
computational methods (e.g. Bayesian network analysis of NOVA datasets; (Zhang et al.,
2010)) led to the identification of a robust set of ~700 alternative exons and a smaller
number of alternative 3’ UTRs regulated by Nova in the mouse brain (as recently reviewed
(Darnell, 2010; Darnell, 2006; Licatalosi and Darnell, 2010)). This data confirmed the
biologic coherence of NOVA targets, indicating links between NOVA and a broader set of
neurologic disorders, including autism, an observation strengthened by the prediction,
experimentally demonstrated, that Nova regulates alternative splicing in a combinatorial
manner with RBFOX1 (Zhang et al., 2010), itself a splicing factor implicated in autism
(Voineagu et al., 2011).

Moreover, these studies laid the groundwork for applying genome-wide HITS-CLIP to help
solve discrete biologic problems. The observation that NOVA null mice have neuronal
migration defects similar to those seen with defects in the Reelin pathway led to a focused
HITS-CLIP study on developing neocortex (Yano et al., 2010; Park and Curran, 2010).
Focusing on transcripts encoding proteins in this pathway, HITS-CLIP was able to identify
one NOVA binding target—intronic YCAY elements within the transcript encoding Dab1, a
key signaling protein in the Reelin pathway—that regulated an alternative exon encoding a
new protein domain in Dabl. Functional studies, including in utero electroporation,
demonstrated a specific role for NOVA regulation of this exon in neuronal migration.

The finding that NOVA regulated GlyRaz2 splicing (Buckanovich and Darnell, 1997; Jensen
et al., 2000b) was linked to GlyRa2 mRNA localization in the dendrite (Racca et al., 1997)
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by analysis of nuclear and cytoplasmic HITS-CLIP. In this study, HITS-CLIP provided
evidence that intronic binding to regulate splicing could be coupled in ciswith 3* UTR
binding to regulate MRNA localization and, presumably, dendritic protein translation (Racca
et al., 2010). Most recently, NOVA HITS-CLIP was used to study transcripts whose steady-
state MRNA levels were altered in Nova null mice. This led to the unexpected finding that
large NOV A-dependent changes in the production of proteins were regulated by intronic
binding of NOVA to regulate the inclusion of cryptic exons that triggered nonsense
mediated mRNA decay (Eom et al., 2013). These included massive changes in the
expression of a number of synaptic proteins, including several implicated in epilepsy, and
indeed Nova heterozygous mice were found to have spontaneous epilepsy. Taken together,
these studies illustrate the potential of HITS-CLIP to provide sets of functionally relevant
RNA-protein interactions that are able to predict the role of RNA regulation in neuronal
biology, and suggest links between neuronal RNA regulation of splicing and protein
production to neuronal excitatory/inhibitory homeostasis.

NeuN/RbFox3

It was only recently recognized that the neuronal marker NeuN is an RNABP in the RBFOX
family. This was discovered by using the NeuN monoclonal antibody for
immunoprecipitation-mass spectrometry analysis (Kim et al., 2009) and, independently,
through expression cDNA screening (Dredge and Jensen, 2011). The RBFOX protein family
has three paralogs, RBFOX1-3. Each protein has a single RRM-type RNA binding domain,
and has overlapping expression in neurons: RBFOX1 is expressed in neurons, heart and
muscle, RBFOX2 (also known as Rbm9) in neurons and other cell types, including
hematopoietic and stem cells, while RBFOX3 is neuron-specific (Kuroyanagi, 2009).

To date, the best studied paralogue among these proteins is RBFOX1. RBFOX1 was
originally identified in a yeast 2-hybrid screen (Shibata et al., 2000) as a protein that
interacts with the spinocerebellar ataxia type 2 gene product SCA2 (hence the original name
for RBFOX1 was ataxin-2 binding protein 1, A2BP1); subsequently these interactions were
confirmed for other family members (Lim et al., 2006). In vitro RNA selection with
RBFOX1 identified a strong consensus binding sequence as (U)GCAUG (Jin et al., 2003).

HITS-CLIP analyses have been accomplished with RBFOX1 and RBFOX2. In ES cells,
RBFOX2 bound to GCAUG clusters (Yeo et al., 2009), consistent with the traditional
biochemical studies. The position of these clusters around alternative exons conformed to
the position-dependent splicing map defined for Nova, consistent with earlier bioinformatics
predictions made in analyzing UGCAUG binding sites (Castle et al., 2008), and supporting a
role for RBFOX2 as a splicing factor in neurons that was predicted from biochemical
analyses (Underwood et al., 2005). A number of binding clusters were also identified that
did not harbor this element, and whether this relates to additional biologic roles for
RBFOX2 or signal:noise problems in these experiments remains unclear. Interestingly,
many of the predicted RBFOX2 alternatively spliced target transcripts themselves encoded
splicing factors (Yeo et al., 2009), suggesting the possibility of a higher order regulatory
network.

Biologic roles for RBFOX proteins in neurons have been studied in detail by Doug Black
and colleagues. Initial studies in tissue culture cells identified position-dependent UGCAUG
elements that regulated splicing of two Cav1.1 calcium channel exons, and regulation was
abrogated by mutating the elements to UGCGUG (Tang et al., 2009). Studies in P19 cells
implicated a role for activity-dependent regulation of alternative splicing for several
transcripts (Lee et al., 2009), findings supported by observation of spontaneous seizures and
widespread changes in alternative splicing in mice in which RbFox1 had been specifically
deleted in neurons with a nestin-Cre driver (Gehman et al., 2011). Interestingly, these
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splicing changes may be mediated in part by changes in RbFox1 alternative splicing that
leads to a shift of the protein from the cytoplasm to the nucleus (Lee et al., 2009). In
neurons, the net result of these splicing changes is to impact a biologically coherent set of
transcripts encoding proteins mediating synaptic transmission and membrane excitability
(Gehman et al., 2011). Since Geschwind and colleagues have implicated RBFOX1-mediated
splicing defects as contributory to autism (Voineagu et al., 2011), it will be of interest to
assess whether the activity-regulated splicing targets identified in mice overlay those
associated with human disease.

PTBP2 (also termed nPTB or brPTB) is a neuronal RNA binding protein harboring four
RRM-type RNA binding motifs. PTBP2 was independently identified in a yeast 2-hybrid
screen for NOVA interacting proteins (Polydorides et al., 2000), and in a biochemical
purification scheme to identify factors that contribute to alternative splicing of c-src in
neurons (Markovtsov et al., 2000). The name derives from the high homology (73%
identity) with the polypyrimidine tract binding protein (PTB, now termed PTBP1), a well-
studied protein that regulates alternative splicing among other aspects of RNA metabolism
(Spellman et al., 2005). While PTBP1 is expressed in most tissues, it is either not expressed
or minimally expressed in the brain. Instead, the brain expresses PTBP2, the product of a
distinct gene.

Much about PTBP2 function can be inferred from a wealth of studies on PTBP1. In vitro
selection and biochemical studies identified UCUU elements in the context of a pyrimidine-
rich region (Singh et al., 1995; Perez et al., 1997), as well as CUCUCU (CU-repeats) present
in c-src pre-mRNA (Chan and Black, 1997), as high affinity binding sites. While these
studies suggested that PTBP1 functioned as a repressor of alternative splicing, splicing
microarrays (Boutz et al., 2007; Llorian et al., 2010) and PTBP1 HITS-CLIP studies (Xue et
al., 2009) revealed a smaller but significant role for PTBP1 as a splicing enhancer. Careful
analysis of the latter studies (Llorian et al., 2010), along with biochemical validation,
confirmed that PTBP1 generally acts according to the general rules of the position-
dependent splicing map identified for NOVA and other proteins.

Identification of these binding elements in a Nova-regulated transcript revealed that PTBP2
interacts with Nova functionally, antagonizing its ability to enhance GlyRa?2 exon 3a
inclusion, at least in co-transfection assays (Polydorides et al., 2000). However, these
studies, and a series of careful in vitro studies assessing PTBP1/2 regulation of c-src splicing
(Markovtsov et al., 2000), including the observation that PTBP1 can inhibit c-src splicing
through binding to U1 snRNP (Sharma et al., 2011), do not address the role of PTBP2 in
neurons.

Such analyses were first begun by addressing the role of PTBP1/2 in neuronal
differentiation. Interestingly, in different cell culture models, undifferentiated cells express
PTBP1, which is proposed to bind PTBP2 pre-mRNA and trigger alternative splicing of an
isoform harboring a nonsense-mediated decay isoform, thereby suppressing PTBP2
expression (Boutz et al., 2007). During neuronal differentiation, the switch to PTBP2
expression is proposed to be mediated by miR-124 induction in neural cells, since miR-124
is able to suppress PTBP1 expression (Makeyev et al., 2007).

This elegant model for neuronal differentiation was updated following analysis of PTBP2
RNA targets and insight into PTBP2 function in the brain that came from HITS-CLIP
studies (Licatalosi et al., 2012). Generation of a PTBP2 binding map confirmed many
similarities with PTBP1, including binding to UCU-rich target sites, and use of the same
position-dependent map governing the regulation of alternative splicing inhibition and
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enhancement. In some cases, where transcripts such as Actnl were expressed in both brain
and non-neuronal cells, PTBP2 crosslinked precisely to sites previously mapped as sites
governing PTBP1 inhibition of alternative exon inclusion (Matlin et al., 2007). In addition,
PTBP2 HITS-CLIP was able to define new sites in the c-src primary transcript associated
with alternative splicing of the c-src N1 exon and a second developmentally regulated
alternate “N2” exon (Licatalosi et al., 2012).

Early in development, PTBP2 was found to be expressed in both mitotic neuronal
progenitors and early post-mitotic neurons (Licatalosi et al., 2012). Moreover, in PTBP2
null mice, ectopic nests of neuronal progenitors were identified, suggesting that PTBP2 acts
earlier than thought in the neuronal differentiation switch. Transcripts identified by HITS-
CLIP as bound and regulated by PTBP2 in E18.5 embryonic brain included RNAs encoding
determinants of the cell division, polarity, and cell fate, including Prkci, Numb, Brat, Trim3,
Prox1, Erbb and others (Licatalosi et al., 2012). Taken together, these suggest that PTBP2
may play a role in neuronal progenitors to inhibit cell division, maintain cell polarity, and
mediate the temporal control of neurogenesis.

Blencowe and colleagues set out to identify SR proteins expressed in a tissue-specific
manner, using microarray profiling to assess expression of genes encoding RS domain
proteins in 50 mouse cell lines and tissues (Calarco et al., 2009). One of these, termed
nSR100, was found to have a highly neural-restricted pattern, by analysis of RT-PCR and
Western blot analysis of cell lines, and by RT-PCR analysis of different mouse tissues,
although such non-quantitative analysis leaves open the possibility of scattered and low
level expression in some other tissues, as evidenced by the authors’ analysis of mMRNA
expression by microarray.

Interestingly, nSR100 has been previously reported to be a tumor antigen, reminiscent of the
identification of the paraneoplastic antigens Nova and Hu/Elavl (Behrends et al., 2003).
However, in this instance, nSR100 was identified a screen with low titer (1:100 dilution)
antisera taken from pediatric patients with medulloblastoma, and was identified as an
immunoreactive protein in 2/5 medulloblastoma patients and 2/40 healthy volunteers, such
that the significance of this finding is uncertain. Nonetheless, this observation suggested a
possible connection with neural differentiation, and indeed, nSR100 knockdown impaired
neuritic extension in differentiating N2A cells, inhibited ESC differentiation into
neurospheres, and disrupted neural differentiation in developing zebrafish (Calarco et al.,
2009).

These biologic actions correlate with target transcripts whose splicing was regulated by
nSR100. In particular, splicing microarrays were used to identify regulated transcripts and a
pyrimidine-rich binding motif through which nSR100 can act, suggesting possible
interactions with other splicing factors that bind such motifs. Indeed, nSR100 was found to
promote the inclusion of the key Ptbp2 exon 10, previously implicated in promoting neural
differentiation (Calarco et al., 2009). These studies nicely illustrate the potential
interconnections among neuronal-specific RNABPs to promote neuron-specific pathways of
development.

IV. RNA binding proteins with special roles in neurons

This category of proteins is not entirely fair to demarcate, since only a few from among a
very large number of RNABPs are discussed, their relationship to neuron-specific biology is
in some cases unclear, and space constraints severely limits their discussion. Nonetheless,
several RNABPs are of particular interest here because their characterization in neurons
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supports the possibility that neurons may regulate RNA in unique ways. Several excellent
reviews discuss RNABPs more generally (Calarco et al., 2011; Cooper et al., 2009; Poulos
et al., 2011; Richard, 2010), including those focused on generally expressed RNABPs
associated with motor neuron disorders that may have undefined neuronal actions (Da Cruz
and Cleveland, 2011; Battle et al., 2006). Additional aspects of RNA complexity that are of
great interest in neurons, including alternative polyadenylation and RNA editing, but that go
beyond the current discussion have been recently reviewed (Weill et al., 2012; Silberberg
and Ohman, 2011).

CELF proteins are a family of RRM containing proteins with homology to ELAV. The
proteins bind to pyrimidine-rich stretches and can activate splicing by competing with PTB
family of proteins (Spellman et al., 2005; Chen and Manley, 2009). CELF1 (CUGBP1) is
perhaps the best studied member of this family, as it was originally linked to binding of
CUG triplet repeats in the pathogenesis of myotonic dystrophy ((Cooper et al., 2009);
although see MBNL, below). Most CELF proteins are widely expressed and have been
implicated in diverse functions, ranging from splicing regulation to mRNA localization,
translation, stability and processing (Barreau et al., 2006). As a group, CELF proteins may
also have important actions in the brain; for example, CELF1 specifically has been reported
to regulate alternative splicing of the tau exon 10 in the brain (Dhaenens et al., 2011).
CELF4 is reported as being neuron-specific in adult brain (Meins et al., 2002), although it is
clearly expressed more widely early in development and demarcation of its expression has
been complicated by cross reactivity with other family members. Nonetheless, CELF4
haploinsufficient and null mice develop spontaneous seizures; interestingly, this phenotype
is only evident when CELF4 is deleted early in development, as deletion in adult mice using
a floxed allele does not result in epilepsy (Wagnon et al., 2011).

CPEBL1 is the best characterized of a family of paralogous proteins that play important roles
in translational regulation. CPEB proteins harbor 2 RRM-type RNA binding domains, and
act by binding defined 3’ UTR elements to regulate poly(A) tail length and thereby mRNA
translation (Richter, 2007). CPEBL has been found to play important roles in neuronal
biology. The protein is present in neuronal dendrites, as well as the cell body, and it induces
polyadenylation and translation of several brain transcripts (Richter, 2010). Moreover,
CPEB1-null mice have memory deficits and reduced LTP (Alarcon et al., 2004; Richter,
2010). Recently, CPEBL has also been linked to cell senescence, mediated in part through
the fine titration of CPEB1 levels by miR-122, and consequent effects on p53 translation
(Burns et al., 2011). Identification of the set of directly bound CPEBL. transcripts will be of
great interest in further understanding the action of the RNABP in neuronal plasticity, and,
perhaps to neuronal aging.

The Fragile X syndrome was the first human neurologic disease clearly linked to
dysfunction of an RNABP (O'Donnell and Warren, 2002; Bhakar et al., 2012), following the
discoveries that triplet repeat expansions cause loss of expression of the Fmr1 gene, and that
the protein product, FMRP, binds to ribohomopolymers (Siomi et al., 1993) and poly(A)+
MRNA (Ashley et al., 1993). Identification of FMRP RNA ligands using in vitro selection
identified binding preferences (G-quadruplex RNA that bind the RGG domain (Darnell et
al., 2001), and kissing complex RNAs that bind the KH domains (Darnell et al., 2005)),
complex structures that have been difficult to use to predict target transcripts. Recently,
FMRP HITS-CLIP identified a robust set of target RNAs bound by FMRP in mouse brain,
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where its expression is largely restricted to neurons (Christie et al., 2009). In contrast to
other HITS-CLIP analyses of RNABPs, FMRP bound along the coding sequence of a
discrete set of MRNAs (Darnell et al., 2011). This in turn suggested a direct role for FMRP
in translational regulation, consistent with its previously postulated function (Bear et al.,
2004; Kelleher and Bear, 2008). Development of an in vitro translation system, in which
polyribosomes from WT or FMRP-mutant brain were used to assay FMRP-dependent
translation on target transcripts, revealed that FMRP does indeed function to inhibit
translation in the brain by causing stalling of ribosome elongation (Darnell et al., 2011).
How precisely this translational inhibition is itself regulated in neurons remains uncertain,
but may involve FMRP dephosphorylation/phosphorylation (Narayanan et al., 2007; Lee et
al., 2011), and/or interaction with miRNA-mediated controls (Edbauer et al., 2010;
Muddashetty et al., 2011; Jin et al., 2004).

Analysis of the set of FMRP-regulated brain transcripts revealed a robust role in regulating
expression of proteins in the pre and post-synaptic proteome. Moreover, consistent with the
observation that ~30% of children with the Fragile-X syndrome also have autism spectrum
disorders (Wang et al., 2010b), a high degree of overlap with autism candidate genes was
found (Darnell et al., 2011). More recently, overlaying FMRP target transcripts with a
dataset of de novo mutations identified in autistic children revealed that 1 in 5 autism
candidate mutations were also regulated by FMRP (lossifov et al., 2012), a remarkable
overlap that tightens our view of the pathways that may lead to autism. Together, these
studies illustrate successful use of the paradigm leading from basic biochemistry to in vivo
function, and a means by which careful analysis of RNABP-RNA interactions can lead to
new disease insight.

Musashi was discovered in a Drosophila screen for genes involved in sensory organ
development—mutants failed to develop neurons from sensory organ precursor cells
(Nakamura et al., 1994). The protein harbors an RRM domain, and subsequent careful
analysis of its expression in Drosophila revealed it to be highly restricted to the nervous
system. Interestingly, within the mouse brain expression is largely confined to
periventricular neuronal progenitors, with very little immunohistochemical reactivity evident
in post-mitotic neurons (Sakakibara et al., 1996; Sakakibara and Okano, 1997). These
observations have suggested that Musashi may play a key role in mediating an RNA switch
from neuronal progenitors to neurons (Okano et al., 2005), for example through the
regulation of expression of key target RNAs such those encoding members of the Notch/
Numb signaling pathway (Imai et al., 2001; Okabe et al., 2001).

The MBNL family of proteins have been widely studied in the context of the muscular
disorder myotonic dystrophy (DM), where their sequestration by CUG repeats plays a key
role in disease pathogenesis. MBNL proteins contain four CCCH zinc finger motifs, and
bind to YGCY motifs in pre-mRNA to regulate alternative splicing (Poulos et al., 2011).
There has been significant progress in understanding the muscle disease, most notably the
finding that mis-splicing of the chloride channel Clenl, induced by sequestration of
MBNL1, is a major contributor to they symptoms of myotonia in DM (Kanadia et al., 2003;
Wheeler et al., 2007) and is a target for therapeutic intervention (Wheeler et al., 2009).
However, only very recently have studies have begun to consider the central nervous system
features of DM. These include sleep disturbance, the most common CNS complaint, as well
as sporadic instances of mental retardation, autism, and other cognitive difficulties
(Charizanis et al., 2012).
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To address the role of MBNL proteins in neurons, two groups recently completed analysis of
MBNL-dependent splicing changes together with bioinformatic and HITS-CLIP studies to
identify sets of directly-regulated MBNL-regulated transcripts in the brain (Charizanis et al.,
2012; Wang et al., 2012). Swanson and colleagues specifically MBNL2-null mice, revealing
sleep abnormalities, memory loss, impaired NMDA receptor dependent transmission and
hippocampal synaptic plasticity. These defects were correlated with aberrant splicing
regulation of MBNL2 target transcripts, defined by exon junction microarray, HITS-CLIP,
and validated as targets in both MBNL2-null mice and DM human tissue. These results led
to a splicing map showing position-dependent splicing changes similar to that described for
Nova, and identified target RNAs that encoding proteins involved in neuronal
differentiation, development, axon guidance, and synaptic function (Charizanis et al., 2012).
Burge and colleagues evaluated MBNL1 function in a similar set of studies using MBNL1
mutant mice, RNA-Seq and HITS-CLIP (which they term CLIP-Seq) to identify transcripts
whose splicing was directly regulated by MBNLL1 and a splicing map again consistent with
prior position-dependent maps. Interestingly, the authors also did crude subcellular
purifications to identify transcripts bound by MBNL1 in 3” UTRs (identified by CLIP)
whose cellular localization was MBNL1-dependent.

The ZBP proteins are a family of RNABPs harboring four KH-type RNA binding motifs
that have been well studied for their ability to regulate dendritic localization of MRNAs
within neurons. This was originally demonstrated in studies by Singer and colleagues, who
demonstrated pB-actin mRNA localization in neuronal dendrites (Gu et al., 2002), and
subsequently linked it to B-actin translation (Huttelmaier et al., 2005). Characterization of a
consensus binding motif for ZBP1, a bipartite “zip-code” with a defined spacer, has allowed
prediction of a subset of candidate target transcripts (Patel et al., 2012). Extension of these
studies more systematically into neurons is ongoing, as are physiologic correlates, such as
observations of decreased axonal length and outgrowth in response to injury in ZBP1*/~
mice (Donnelly et al., 2011). Analyzing the role of ZBP proteins in neurons provides one of
the most robust systems developed for understanding links between mRNA localization in a
translationally silent state, and its switch to active translation following cell signaling, for
example through protein phosphorylation (Huttelmaier et al., 2005).

Ago-miRNASs in neurons

A burgeoning topic in neurobiology relates to the degree and mechanism by which miRNAs
may play special roles in mediating neuronal biology. This topic is worthy of an entire
review in and of itself, and fortunately several timely and interesting such pieces are
available (O'Carroll and Schaefer, 2012; Siegel et al., 2011; Mendell and Olson, 2012).

Several points are worth mentioning here regarding miRNA regulation specifically in
neurons. First, from a methodologic point of view, technologies are now in place to analyze
miRNA regulation using Ago HITS-CLIP in the brain (Chi et al., 2009), and it seems likely
that Ago HITS-CLIP will be able to be applied to specific populations of neurons (He et al.,
2012).

Second, the biology of miRNA action in neurons is rapidly evolving, with several main
themes emerging. Studies cataloging miRNA abundance has revealed that several are
expressed specifically in the brain (Fiore et al., 2008), and some show enrichment in
neuronal dendrites (Siegel et al., 2011). Analysis of one such localized miRNA, miR-134,
initially raised the possibility that miRNAs may act within dendrites to modulate local
mMRNA translation (Schratt et al., 2006). This action on translation was evident after BDNF
signaling, an interesting connection given that BDNF is well documented to trigger local
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protein synthesis in dendrites (Aakalu et al., 2001; Sutton et al., 2004). Another line of
studies has indicated that miRNAs can rapidly turn over in neurons in response to stimuli, as
first illustrated by Filipowicz and colleagues in the retina (Krol et al., 2010). These
observations have been recently connected with the finding that BDNF rapidly induces
expression of some miRNAs, as well as neuronal Dicer and Lin28a (an RNABP that can
block miRNA production (Heo et al., 2009; Hagan et al., 2009)), and that these coordinated
effects may help mediate the specificity of translational response to BDNF (Huang et al.,
2012).

Finally, an emerging story from studies in Drosophila suggests that miRNAs may play
unexpected roles in chronically suppressing expression of developmental genes in the adult
brain, and that such actions may be important in preventing brain aging and
neurodegeneration (Liu et al., 2012). Such a role turns the traditional view of miRNAs in
brain function—as mediators of developmental changes (miR-124, see discussion of Ptbp2)
or of rapid signaling responses—on its head, portraying them as long term guardians against
inappropriate gene expression.

V. Future Directions

Technologies are now emerging to analyze RNA regulation within specific neuronal
populations. This is crucial, since the brain is composed of many thousands of different cell
types, and combining data from each obscures signal:noise.

Indeed this point has been underscored by the wide appreciation of projects such as the
Gensat and Allen Brain Atlas projects that enumerated neuron-specific transcripts, and their
subsequent use to drive Cre recombinase in specific neuronal cell types. Such technologies
have been combined with epitope tagging of RNABPs, a method that works for the
purification of cell-specific Ago-miRNA complexes (He et al., 2012), and for ribosomal pull
downs, to assess cell-specific translation. For example, in bacTRAP translational profiling,
cell-specific Cre drivers derived from GenSat to purify ribosomes from individual neuronal
cell types (Doyle et al., 2008). Combined with drivers that discriminate D1 and D2
dopaminergic neurons, Heintz and colleagues were able to identify transcripts specifically
impacted by cocaine administration within D1 neurons that are likely to lead to changes in
D1-specific synaptic responses (Heiman et al., 2008). In a second example, profiling of
cortical layer Va known to be responsive to antidepressant treatment led to the identification
of a neuron-specific protein, p11, necessary for physiologic actions on a specific serotonin
receptor (Htr4) and behavioral responses to chronic administration of serotonin-specific
reuptake inhibitors (Schmidt et al., 2012).

These observations suggest additional approaches that may be applied to HITS-CLIP
profiling (Darnell, 2010; Konig et al., 2012) or ribosomal footprinting (Ingolia et al., 2009)
to develop detailed maps of functional RNA-protein interactions within individual neuronal
cell types. Given the ability to map Ago-miRNA binding sites with HITS-CLIP, they also
suggest possible means to map neuron cell-specific mMiRNA controls. Finally, as high
throughput sequencing becomes more potent, perhaps through the use of new direct RNA
sequencing methods, these profiles may become applicable to subcellular compartments
within neurons.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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SIDEBARS
SIDEBAR: HITS-CLIP

HITS-CLIP describes the overlay of genome wide data gathering and bioinformatic
strategies with biochemical crosslinking strategies to analyze RNA-protein interactions in
living tissues. Originally, the CLIP method was developed to analyze Nova-RNA
interactions in the mouse brain. Fundamentally, the method uses UV-irradation to penetrate
live cells and crosslink, in situ, RNA-protein complexes that are in direct contact (~1 A
distances). Once crosslinked, RNA can be hydrolyzed to short fragments and protein
complexes purified, typically by immunoprecipitation. Epitope-tagged proteins may be used,
but attention needs to be paid to expression levels to avoid overexpression artifacts.

Once purified, RNA-protein complexes are treated with proteinase K and linker ligation
completed to allow RT-PCR amplification and sequencing. CLIP established that reverse
transcriptase (RT) can read through sites of residual amino-acid-RNA crosslinks; in fact,
errors at these sites can be leveraged to map crosslink sites with single nucleotide resolution
(Zhang and Darnell, 2011). Alternatively, in iCLIP, RT arrest at these sites can be used to
map crosslink sites (Wang et al., 2010c). Sequencing the RNA tags yield HITS-CLIP
libraries representing genome-wide footprints of RNABP binding. Additional details on
HITS-CLIP methods (Ule et al., 2005a; Jensen and Darnell, 2008; Konig et al., 2011) and
comparison with other comparable strategies such as PAR-CLIP (Hafner et al., 2010;
Kishore et al., 2011) are described in several excellent papers and reviews (Blencowe et al.,
2009; Kishore et al., 2010; Darnell, 2010; Calarco et al., 2011; Konig et al., 2012; Sugimoto
etal., 2012).

SIDEBAR: Discovery of mammalian neuron-specific RNABPs through
study of the Paraneoplastic Neurologic Disorders (PNDs)

In studies analogous to the discovery of sSnRNPs by Joan Steitz and colleagues made by
studies of autoimmune lupus antisera (Lerner et al., 1981), two multigene families of
neuron-specific RNA binding proteins were discovered through studies of autoimmune PND
antisera. In the PNDs (as discussed in (Darnell and Posner, 2011)), common types of cancers
(small cell lung, breast, ovarian, lymphoma, germ cell cancers, etc.) may induce expression
of proteins that are normally restricted to the neurons. This triggers an anti-tumor immune
response that can be clinically potent (Darnell and Posner, 2003a; Darnell and DeAngelis,
1993; Darnell and Posner, 2003b); in a subset of these patients, this immune response
crosses into the nervous system triggering neurologic symptoms and bringing patients to
clinical attention. After the original demonstration that PND antisera could be used to screen
expression cDNA libraries and identify the genes encoding the target antigens (Darnell et
al., 1989; McKeever and Darnell, 1992; Newman et al., 1995), this method was applied to
identify the neuron-specific nElavl4 cDNA (Szabo et al., 1991), Noval (Buckanovich et al.,
1993) and Nova2 (Yang et al., 1998) RNABPs.
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nELAVL neuronal embryonic abnormal lethal-like; refers to the 3 neuron-specific

paralogs of the mammalian ELAVL proteins (originally termed Hu
proteins), each of which show strong homology to the ELAV (embryonic
abnormal lethal) protein, a Drosophila a neuron-specific RNABP

NeuN “Neuronal nuclei”; a neuron-specific RNA binding protein
NOVA Onconeural ventral antigen; a neuron-specific RNA binding protein
HITSCLIP High throughput sequencing, crosslinking immunoprecipitation. Methods

for covalently crosslinking RNA-protein complexes and sequencing the
RNA binding sites, yielding genome-wide footprints of in vivo interactions.
See SIDEBAR.

PND Paraneoplastic neurologic disorder; see SIDEBAR.
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Figure 1. Schematic of the HITS-CLIP Method

Schematic of major steps in HITS-CLIP (modified from (Licatalosi and Darnell, 2010); see
SIDEBAR for details about CLIP). In brief, tissues or cells to be analyzed are irradiated with
UV-light, inducing crosslinking between RNA-protein complexes within the cell, in situ.
RNA is partially hydrolyzed, using nucleases or chemical hydrolysis, to a desired modal size
(e.g. 30-50 nt), RNA-protein complexes are purified (typically by immunoprecipitation),
RNA is labeled and run on autoradiograms to separate crosslinked RNA-protein complexes
by size and transferred to nitrocellulose (through which any free RNA passes). The RNABP
is the removed by Proteinase K treatment, RNA linker ligation is completed, and RNA PCR
amplified and sequenced.
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Table 2
Neuron-specific RNABPs-RNA binding sites
Neuron-specific RNABP | Methodsused in Binding motif Comment Reference
identification

NOVA1L
NOVA2

In vitro RNA selection
CLIP

HITS-CLIP

Bayesian network

Stem, loop sequence:
UCAU x 3
YCAY clusters

Stem sequence
variable; may play
structural role to keep
YCAY binding site
available in sequence
single loop

(Buckanovich and Darnell,
1997; Yang et al., 1998;
Jensen et al., 2000a)

NELAVL2 (Hel-N1)

In vitro RNA selection

UUUAUUU

(Gao et al., 1994)

NELAVL2/3/4 In vitro RNA selection U-rich element with G slightly preferred (Ince-Dunn et al., 2012)
HITS-CLIP single purine over A as purine

RBFOX1 In vitro RNA selection GCAUG (Jinetal., 2003; Yeo et al.,
HITS-CLIP UGCAUG 2009)

PTBP2 HITS-CLIP CU-repeat and UCUY- (Licatalosi et al., 2012)

rich elements
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