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Alternative splicing (AS) is dysregulated in Type 1 diabetic (T1D) and hypoplastic 

left heart syndrome (HLHS) patient hearts but the mechanisms responsible are unclear. 

Here, we provide evidence that in these patient’s hearts that dysregulation of the RNA 

binding proteins (RBPs) CELF1, PTBP1, and RBFOX2 contribute to AS changes. 

Utilizing genome-wide approaches, we identified extensive changes in AS patterns in T1D 

mouse hearts. We discovered that many aberrantly spliced genes in T1D hearts have 

CELF1 and PTBP1 binding sites. CELF1-regulated AS affects key genes within signaling 

pathways relevant to diabetes pathogenesis. Disruption of CELF1 binding sites impairs AS 

regulation by CELF1. We show that a spliced variant of PTBP1 that is highly expressed in 

normal newborn mouse hearts is aberrantly expressed in adult T1D mouse hearts. We also 

demonstrated that inducible expression of diabetes-induced PTBP1 spliced variant has less 

repressive splicing function. Notably, PTBP1 antagonizes RBFOX2-mediated AS of 

selected mRNA targets in this context. In summary, our results indicate that CELF1 and 
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PTBP1 target RNAs are aberrantly spliced in the T1D heart, leading to abnormal gene 

expression.  

RBFOX2 is significantly associated with HLHS. In HLHS, three damaging de novo 

RBFOX2 mutations (nonsense, frameshift, and splice site) have been identified. Here we 

provide evidence that the nonsense and frameshift RBFOX2 mutants are unable to promote 

proper splicing of their target genes despite normal subcellular localization of these 

mutants. Further, we show that the nonsense mutant interacts with a subset of proteins that 

wildtype RBFOX2 does not interact with, indicating that this nonsense mutant may 

constitute a gain of function. These discoveries pave the way for targeting RBPs and their 

RNA networks as novel therapies for cardiac complications of diabetes and HLHS. 
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Chapter 1: Introduction  

 
My dissertation focuses on three RNA binding proteins (RBPs): CELF1, PTBP1, and 

RBFOX2, all of which are involved in alternative splicing (AS). These AS regulators are 

important for heart development and contribute to dysregulated cardiac gene expression in 

a number of cardiovascular diseases including hypoplastic left heart syndrome (HLHS) and 

diabetic heart disease. Examining the function of CELF1, PTBP1, and RBFOX2 in heart 

development and disease can provide insights into their emerging roles in HLHS and 

diabetic heart disease. 

RNA splicing and alternative splicing regulation 

Pre-mRNA splicing 

RNA splicing is a process that removes introns from pre-mRNA and joins together 

the exons [2]. The process involves a stepwise assembly of small nuclear ribonucleoprotein 

particles (snRNPs) and accessory splicing factors that make up the spliceosome. The initial 

step in RNA splicing involves U1 snRNP recognizing the 5' splice site (SS), splicing factor 

1 (SF1) binding to the branch point, and U2 auxiliary factor (U2AF) binding to the 3' SS 

and polypyrimidine tract to form complex E. U2AF recruits the U2 snRNP to form the pre-

spliceosome complex A. Subsequently, the U4, U6, and U5 snRNPs are recruited together 

to form the immature spliceosome complex B [3]. Then the U1 and U4 snRNP are released 

while the U6 snRNP associates with the 5' SS and U2 snRNP to form the catalytically 

active spliceosome, complex C, that goes on to perform two transesterification reactions. 
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During the first reaction, 

nucleophilic attack of the branch 

site A to the 5' SS G leads to 

removal of the 5' end of the intron. 

The second reaction removes the 

intron releasing it as a lariat and 

joins together the 5' and 3' ends of 

the exons to make mRNA that can 

go on to be translated (Illustration 

1) [1, 2, 4].  

 

Alternative splicing  

Mammalian splice sites contain 

conserved splice sites [5] that are 

marked by a 5' GU and a 3' AG 

sequence [1]. Exons that are easily 

recognized by the spliceosome due 

to the presence of these highly 

conserved splice sites are 

constitutively spliced (Illustration 

2). On the other hand, alternative 

exons characterized by the presence 

of weak splice sites are not readily 

Illustration 1. RNA splicing mechanism. 

Process of RNA splicing highlighting the 

important snRNPs involved, the complex 

rearrangements, and transesterification 

reactions. Modified from [1]. 
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recognized by the 

spliceosome, so they 

undergo AS. AS allows 

for the formation of 

multiple transcripts by 

selective inclusion or 

exclusion of alternative 

exons and introns, 

thereby increasing 

proteome diversity [6-

9]. Alternative splicing 

helps explain the 

discrepancy between the 

number of human 

protein coding genes 

(24,000) and the number 

of different proteins 

(100,000) produced 

[10]. There are seven 

types of alternative splicing including alternative first exon (AFE), alternative last exon 

(ALE), cassette exon, mutually exclusive (MXE), alternative 5' splice site (A5SS), 

alternative 3' splice site (A3SS), and intron retention (Illustration 2) [11, 12].  Cassette 

Illustration 2. Seven basic modes of alternative splicing. 

Black boxes indicate constitutive exons and grey boxes 

indicate alternative exons. Solid red lines indicate 

constitutive splicing while dashed red lines indicate 

alternative splicing. Black lines are spliced intron. Red line 

represents a retained intron. 



4 

exons are the most common type of AS and account for at least one-third of alternative 

exons [13].  

AS has been hypothesized to underlie to the evolution of organism complexity [14]. 

Surprisingly, there is a lack of correlation between the number of genes in an organism and 

its complexity. For example, C. elegans have more genes than Drosophila but the former 

organism is considered less complex than the latter. AS can help account for this 

discrepancy [15]. In higher eukaryotes, AS is believed to contribute to cellular complexity 

[13, 16, 17]. However, incidence of AS throughout the phylogenetic tree is generally 

correlated with the stage of evolution. Importantly, most higher-level eukaryotes use AS 

while many lower level eukaryotes do not. Additionally, the number of genes and exons 

that undergo AS is more abundant in higher-level eukaryotes. The ancient AS mechanism 

used is termed intron definition. This process involves the splicing machinery being 

assembled across introns. In higher eukaryotes, the mechanism is known as exon definition 

and involves the splicing machinery being assembled across exons. Intron definition may 

have existed to keep introns short while exon definition likely constrains the length of 

exons. This is reflected in the fact that lower eukaryotes have short introns and long exons 

while vertebrates have long introns and short exons [18]. Exon length is very important for 

AS. A short exon is more likely to be included than a large exon [19]. Interestingly, during 

evolution exon length has decreased [20]. 

Further, AS is associated with the recent creation or loss of an exon [21, 22]. 

Therefore, young exons are more often alternatively spliced. There are two ways to create 

new exons including duplication and exonization of part of the intron [15, 23]. Creating 

new exons is a major route for increasing functional diversity throughout evolution [15]. 
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The different types of AS also vary across species. For instance, intron retention is common 

in metazoans, fungi, and protozoa while exon skipping is more common in higher 

eukaryotes [24]. This indicates that exon skipping may be the type of AS that contributes 

the most to cellular complexity in higher eukaryotes. 

Nearly 95% of all human multi-exon genes are alternatively spliced [25, 26]. Wang 

et al. analyzed alternative splicing in 15 different human tissues and cell types. They 

performed deep sequencing of the cDNA to identify the gene and mRNA isoforms. 

Looking at the reads that mapped to exon-exon junctions, they estimate that 92-94% of 

human genes are alternatively spliced. They looked at breast cell lines and different human 

tissues and found that the cell lines clustered separately from the tissue in regard to which 

mRNAs were alternatively spliced. This indicates that AS is regulated independently 

between cells and tissues. Further, the pattern of AS was correlated between tissues 

indicating an overarching coordination in the regulation of these patterns [25].  

An additional study by Pan et al. further supports that nearly 95% of all human 

multi-exon genes are alternatively spliced. They used the Illumina Genome Analyzer 

system to analyze splicing complexity from mRNA sequencing data and EST-cDNA 

sequencing data in healthy human tissues including whole brain, cerebral cortex, skeletal 

muscle, heart, lung, and liver. Using genes with similar sequencing read densities and 

different number of exons, they determined the median number of AS events per exon in 

these genes. This study found a linear relationship between the number of exons in a gene 

and the number of AS events. They estimate that each human multi-exon gene has at least 

7 AS events. Further they estimate there is about 100,000 alternative transcripts in human 

tissues. Finally, they estimate that 92-97% of human multi-exon genes undergo AS [27]. 
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These two studies provide support that nearly 95% or human multi-exons genes undergo 

AS. 

In addition to increasing proteome diversity, AS is important as it regulates 

development. Splicing of multiples genes at the same time is coordinated during 

development and changes in alternatively spliced isoforms give rise to different adult 

tissues and function [28]. For example, the disabled homologue 1 (DAB1) gene undergoes 

AS during brain development. In the embryonic brain DAB1 is present as a short isoform 

lacking exons 7b and 7c. However, these exons become included in the adult brain. The 

shorter DAB1 isoform is important for regulation of neuronal migration through an 

incompletely understood mechanism involving regulation of reelin signaling. When the 

DAB1 long isoform is expressed it antagonizes the DAB1 short isoform and thus induces 

neuronal migration defects. Neuronal migration is important for proper brain development 

into a highly organized laminar structure. Developmental of this structure occurs through 

coordinated waves of neuronal migration [29]. Importantly, misregulation of neuronal 

migration can lead to cognitive defects and lissencephaly. DAB1 AS is regulated by the 

RBP neuro-oncological ventral antigen 2 (NOVA2). When NOVA2 is present it induces 

the short DAB1 isoform, but when it is absent it induces the long DAB1 isoform [28, 29]. 

This is just one example of how critical AS is for development and highlights how 

dysregulated AS can lead to disease. 

A classic example of how AS contributes to development is the sex determination 

in Drosophila. The sex-lethal (Sxl) gene determines sex in Drosophila. When Sxl is 

activated it induces female development. When Sxl is inactive, male development takes 

place. Sxl encodes an RNA binding protein that controls splicing, translation, and stability 
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of downstream genes that contribute to female or male development [30]. Further, the 

doublesex (DSX) gene in somatic cells of Drosophila is alternatively spliced giving rise to 

female and male isoforms. The two different isoforms vary at their C-terminal domain 

(CTD) which ultimately affects their function as a transcription factor. The male DSX 

isoform represses female differentiation genes, while the female DSX isoform represses 

some male differentiation genes. These isoforms ultimately contribute to the sexual 

differences in Drosophila including pigmentation patterns, sex specific genitals, and the 

sex comb [31]. This classic example highlights how important alternative splicing is in 

control of development. 

AS is tissue specific and occurs more frequently in transcripts expressed in complex 

tissues such as the brain and testis [32, 33]. Further, cells with more complex functions, 

such as immune cells, also display more AS [34]. Tissue specific AS is partially controlled 

by the differential expression of splicing regulators, including RBPs, and the downstream 

regulation of their corresponding transcripts [6, 35]. Wang et al. found a high frequency of 

tissue specificity for all the major types of AS. 72% of skipped exons were tissue regulated, 

as were 71% of retained introns, 72% of A5SS, 74% of A3SS, 66% of MXE, 63% of AFE, 

52% of ALE, and 80% of tandem 3' UTRs. Importantly, this indicates that almost all AS 

events displayed tissue specificity. Overall, they found that there were 22,000 tissue-

specific alternative transcripts in humans [25]. They also looked at whether these 

differences were due to tissue-specific or individual-specific variation and found that most 

of the differences were due to tissue-specific variation. Only 10-30% of alternative 

transcripts showed individual-specific variation [25]. This is consistent with previous 

reports that about 21% of alternative transcripts are affected by polymorphisms that 
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contribute to the relative expression differences among individuals [36]. This work 

indicates that tissue-specific AS is very common and more prominent than individual-

specific variation. 

Important for this work, the human heart is composed of several distinct cell types 

including fibroblasts, cardiomyocytes, endothelial cells, and vascular smooth muscle cells. 

The two primary cell populations are cardiomyocytes, which account for 30% of the heart, 

and fibroblasts, which account for 66% of the cells found in the heart [37-40]. 

Cardiomyocytes and fibroblasts have different functions in the heart. Cardiomyocytes 

generate contractile force in the heart and control rhythmic beating through regulation of 

calcium signaling [41]. Fibroblasts contribute to the formation of the extracellular matrix 

(ECM) and act as a mechanical scaffold necessary for pumping [42, 43]. During heart 

development, 90% of the AS and gene expression changes in cardiomyocytes are 

completed by postnatal day 28. In contrast, almost 50% of AS and gene expression changes 

in fibroblasts occur after postnatal day 28 [40]. These data are consistent with the fact that 

cardiomyocytes stop proliferating by postnatal day 7 [44, 45]. During development, 

cardiomyocytes and fibroblasts undergo reciprocal changes in proliferation, cell adhesion, 

metabolism, transcription, and chemotaxis [40]. For example, solute carrier family 2 

member 4 facilitates glucose (Slc2a4), a gene involved in mitochondrial metabolism, 

decreases 2-fold during fibroblast development when the levels at postnatal days 1-3 and 

at adult maturity were compared. In contrast, Slc2a4 increases 15-fold during 

cardiomyocyte development. During postnatal development, a greater number of AS 

events occur in cardiomyocytes (809) than in fibroblasts (326) [40]. Postnatal 

cardiomyocyte-specific splicing events regulate genes related to membrane organization 
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and vesicular trafficking, and two RBP families, CELF and MBNL, have been identified 

as regulators of these changes.  More specifically, the family members CELF1 and MBNL1 

regulate AS that is important for calcium handling, vesicular trafficking, and transverse 

tubule organization [40]. However, the direct roles of these two proteins in these processes 

needs to be further investigated. 

Up to this point, I have described how AS is important, including how AS increases 

proteome diversity by expanding the number of proteins created from a limited number of 

genes. AS has also contributed to evolutionary complexity throughout the phylogenetic 

tree. Finally, AS has critical roles in development and tissue specificity. It is clear that AS 

is an important biological process so it is important to touch upon how this process is 

regulated. 

Alternative splicing regulation 

Alternative splicing is regulated by trans-acting factors and cis-acting sequences 

that mediate the localized assembly of the splicing machinery [46]. Recognition of the 

splice sites requires cis-acting sequences and the splicing machinery, including general 

splicing factors, accessory proteins, and regulatory proteins. There are four categories of 

cis-acting sequences including intronic and exonic splicing enhancers and silencers. Trans-

acting factors such as RBPs enhance splice site recognition by binding to cis-acting 

sequences and recruiting the necessary spliceosome components including U1 snRNP and 

U2 snRNP. Trans-acting factors can also inhibit splice site recognition by blocking splicing 

machinery or preventing activators from interacting with enhancer sequences [12, 28, 47].  

To regulate AS, RBPs bind to specific RNA sequences through several distinct 

RNA-binding domains. Among the RNA-binding domains found in nature, the most 
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common are the RNA recognition motif (RRM), the C3H1 zinc-finger (ZF) domain, and 

the heterogeneous ribonucleoprotein (hnRNP) K-homology domain [48-50]. RBPs with 

the same RNA-binding domain do not necessarily bind the same RNA sequence. RBPs 

have additional auxiliary functional domains that mediate interaction with other proteins 

and further diversify RBP binding and function. The various binding activities and protein 

interactions of RBPs give rise to unique ribonucleoprotein (RNP) compositions that 

differentially modulate downstream RNA metabolism [51].  

Much work has been directed towards the elucidation of a “splicing code,” or a 

general set of rules to predict AS based on regulation by cis- and trans-acting factors. The 

code is complicated by the fact that AS decisions are tissue- and development-specific and 

reflect the combinatorial control of the various RBPs found within the cell [52-55]. Further, 

RBPs can compete for binding to the same sequence motif, thereby contributing another 

layer of regulation. Therefore, recognition of specific sequence motifs by an RBP can vary 

by tissue [50, 56]. 

However, substantial research has begun to decipher the splicing code. RBPs act as 

trans-acting factors that regulate AS when they bind to cis-regulatory elements that are 

close to splice sites. Importantly, RBPs can both positively and negatively regulate AS, 

and the outcome is often position specific. The general splicing code suggests a rule where 

sequence specific RBPs promote inclusion of the alternative exon when they bind to the 

downstream intron. Conversely, RBPs promote exclusion of the alternative exon when they 

bind to the upstream intron (Illustration 3) [50]. However, predictions of splicing based on 

the general splicing code are still of limited practical utility because exons are usually under 

the control of multiple RBPs at the same time. Therefore, evaluating the binding of an 
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individual RBP in isolation is an oversimplification of a complex and tightly regulated 

process. Analysis that includes cis-acting factors and RBP concentration as additional 

regulating components is needed to make accurate splicing predictions [50, 52, 55, 57]. 

 

Alternative splicing regulator CELF1 

CELF1 belongs to the evolutionary conserved CUG binding protein (BP) and 

embryonically lethal abnormal vision-like (CELF) family of RBPs. This family includes 

six members (CELF1-6). CELF1 and CELF2 are expressed in the heart, skeletal muscle, 

and brain, while CELF3-6 are specific to the nervous system [58]. 

The CELF proteins control gene expression at the post-transcriptional level by 

regulating AS and polyadenylation in the nucleus, and mRNA translation and decay in the 

cytoplasm. To regulate these processes, CELF proteins bind to the consensus motif 

UGU(G/A) [59]. CELF was originally identified to bind CUG repeats but was later found 

to preferentially bind to GU-rich elements (GRE) in the RNA [60, 61]. CELF1 regulates 

AS in a position-dependent manner. When CELF1 binds within 250 nucleotides upstream 

of an alternative exon, it represses exon inclusion, and when it binds within 250 nucleotides 

downstream of an alternative exon, it promotes exon inclusion (Illustration 4) [62, 63]. 

Illustration 3. RBP splicing code. 

Grey boxes indicate alternative exons. When RBPs bind downstream of an 

alternative exon they are predicted to promote inclusion. When they bind upstream 

of an exon they are predicted to promote exclusion 
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CELF1 has a total of three RRMs (Illustration 4). Conserved among all CELF 

proteins are two N-terminal RRMs and one C-terminal RRM that are separated by a 

divergent linker region known as the divergent domain [64, 65]. The divergent domain is 

160-230 amino acids long and has a role in AS [66, 67]. Recent studies suggest that the 

divergent domain partially mediates RNA binding. Specifically, in a yeast-three hybrid 

experiment, deletion of the divergent domain had more of an effect on RNA binding than 

deletion of the RRMs [61, 65]. Further, deletion of the CELF4 and CELF2 divergent 

domains leads to a loss of splicing activity [68, 69].  It was found that CELF4 can activate 

AS of cardiac troponin T (cTNT) when RRM1 and RRM2 or RRM2 alone are paired with 

the first 66 amino acids from the divergent domain [66]. A minimum of 20 of these amino 

acids from the divergent domain are needed for CELF4 to promote inclusion of cTNT exon 

5 [66]. RRM1 and RRM2 cooperatively bind CUG repeats but are unable to bind 

independently [65, 70]. RRM3 is also capable of binding RNA when combined with the 

Illustration 4. Schematic representation of CELF1 domain organization and 

position dependent alternative splicing.  

When CELF1 binds upstream of an alternative exon it promotes exclusion 

and when it binds downstream it promotes inclusion. 
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divergent domain. However, RRM3 does not bind CUG repeats, but it does bind GU-rich 

sequences more strongly than RRM1 or RRM2 [58, 65]. 

 The activity of CELF1 is regulated by phosphorylation and microRNAs. CELF1 

has multiple predicted phosphorylation sites. Phosphorylation of CELF1 by protein kinase 

C (PKC /) leads to an increase in CELF1 half-life and steady-state levels and thus an 

increase in CELF1 protein expression [71, 72]. Importantly, work from our lab shows that 

a nonphosphorylatable CELF1 with 8 predicted PKC phospho-sites mutated is unable to 

regulate AS of its known targets [71].  

 

Alternative splicing regulator PTBP1 

 The polypyrimidine tract binding protein 1 (PTBP1) is a well-known repressor of 

exon inclusion and is part of the hnRNP family of RBPs that bind to exonic and intronic 

splicing silencers (ISSs and ESSs) to promote skipping of exons [73-78]. There are three 

tissue-specific isoforms including PTBP1 (hnRNP I), PTBP2 (neuronal PTB), and PTBP3 

(ROD1) that bind to polypyrimidine-rich stretches of RNA. PTBP1 is ubiquitously 

expressed while PTBP2 is predominantly expressed in the brain, muscle, and testis, and 

PTBP3 is predominantly expressed in hematopoietic cells [79-81].  

Although PTBP1 is recognized mainly as a repressor of exon inclusion, it has also 

been shown to enhance the inclusion of specific exons [82, 83]. One model suggests that 

in general, PTBP1 binds upstream when it represses exon inclusion and that it binds 

downstream when it promotes exon inclusion [82, 84]. PTBP1 binds to ISSs, which leads 

to global repression of weak exons [82, 84]. PTBP1 works in concert with other proteins 

such as Raver1 and Raver2 to repress stronger exons [85]. Raver1 and Raver2 are two 
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PTBP1 co-repressors. Three general models of PTBP1 repression have been proposed. In 

the first model, PTBP1 is hypothesized to compete with U2AF65 for binding at the 3' SS 

(Illustration 5) [85]. The second model proposes that PTBP1 represses exons by forming a 

zone of silencing across the alternative exon [81, 86, 87]. This zone of silencing can be 

formed by a PTBP1 monomer or multimer protein that leads to sequestration of the 

alternative exon. It may also involve the PTBP1 co-repressor Raver1 [80]. The third model 

suggests that PTBP1 repression is caused by RNA looping out of the branch point A which 

is critical for the AS mechanism [80]. 

PTBP1 has four RRMs, a bi-partite (non-canonical) N-terminal nuclear localization 

signal (NLS), and an N-terminal nuclear export signal [88]. The function of PTBP1 is 

dependent on cellular localization. PTBP1 is found in both the nucleus and the cytoplasm. 

This mechanism of dual-localization allows PTBP1 to regulate AS and polyadenylation in 

the nucleus and to mediate mRNA stability and translation in the cytoplasm. Generally, 

PTBP1 is shuttled to the cytoplasm when the cell is under stress, which occurs in the 

context of viral infections, apoptosis, and toxic exposure [89-91]. RNA binding activity of 

PTBP1 is not necessary for PTBP1 to shuttle between the nucleus and cytoplasm [92]. 

However, RRM1, RRM2, and the N-terminal NLS of PTBP1 are essential for shuttling the 

protein between the nucleus and the cytoplasm, and this shuttling happens in an energy-

dependent and transcription-independent manner. However, with just RRM1 and the NLS, 

PTBP1 is predominantly nuclear. Thus, RRM2 is critical for nuclear export of PTBP1 [80, 

81, 92]. RRM2 of PTBP1 is critical for PTBP1 dimerization and interactions with other 

proteins [93-95]. Interestingly, deleting RRM3 and RRM4 of PTBP1 increases the rate of 

shuttling between the nucleus and the cytoplasm [80, 81, 92]. RRM1 and RRM4 are 
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important for PTBP1 binding to RNA [91, 94, 95]. Thus, the shuttling of PTBP1 may be 

due to protein interactions rather than RNA binding. 

 PTBP1 is organized into 15 exons which are alternatively spliced to form four 

different isoforms (Illustration 5) [86, 96-98]. In humans, isoform 1 of PTBP1 (PTB1) has 

all four RRMs but lacks exon 9. Exon 9, which is located between RRM2 and RRM3, is 

important because it changes the regulatory capabilities of PTBP1 such that inclusion of 

this exon increases PTBP1 repression [99]. Exon 9 skipping reduces PTBP1 repression in 

neurogenesis leading to activation of brain-specific AS patterns. Interestingly, engineered 

skipping of this exon in chickens resulted in similar AS patterns to the ones in mammals. 

Thus, AS of PTBP1 exon 9 contributes to evolutionary differences between species in 

developmentally regulated AS [99].  

 

Isoform PTB2 contains exon 9 and the associated regulatory capabilities. PTB4 is 

slightly longer than PTB2 as there are two alternative 3' SSs in exon 9 important for its role 

in AS and internal ribosome entry site (IRES)-dependent translation. IRES-dependent 

Illustration 5. PTBP1 mechanism of repression.  

Proposed mechanisms of PTBP1 repression include 1) competition with U2AF for 

binding to the polypyrimidine tract 2) oligomerization of PTBP1 across the alternative 

exon resulting in a zone of silencing and 3) PTBP1 causes looping out of branch point 

A. 
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translation allows for cap-independent initiation of translation [100]. PTBP1 has a role in 

regulating some IRES mRNAs [89, 91]. Finally, PTB3 lacks RRM1 and RRM2 which 

negatively affects its role in AS [80, 81]. All four of the RRMs of PTBP1 are involved in 

RNA binding, but each RRM also has unique functions [101]. RRM1 and RRM2 directly 

interact with spliceosome U1 snRNA to regulate AS. RRM2 interacts with the PTB co-

repressor Raver1 and is involved in PTBP1 dimerization [101]. RRM3 competes with 

U2AF65 splicing factor for binding to polypyrimidine stretches. In solution, RRM3 and 

RRM4 interact extensively forming one globular domain important for looping of RNA. 

Looping of the RNA may be a means by which PTBP1 prevents splicing factors from 

binding to RNA [77]. 

 

Alternative splicing regulator RBFOX2 

 RBFOX2 belongs to the RNA binding fox (RBFOX) family of RBPs that also 

includes RBFOX1 (A2PB1) and RBFOX3 (NeuN). RBFOX2 is predominantly expressed 

in muscle, heart, and neuronal tissues. RBFOX1 is primarily found in skeletal muscle and 

the heart while RBFOX3 is primarily found in neurons. Collectively, the RBFOX family 

contributes to neuronal and skeletal muscle development and plays a role in several 

diseases including autism, schizophrenia, and epilepsy [102]. RBFOX2 contributes to 

fundamental cellular processes including proliferation, apoptosis, and the epithelial to 

mesenchymal transition [103-105]. 

RBFOX2 regulates AS when in the nucleus and mRNA stability when in the 

cytoplasm [106-108]. Therefore, RBFOX2 can directly affect gene expression and function 

by generating different protein isoforms [109]. RBFOX2 has an NLS at both the CTD and 
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N-terminal domain (NTD) that regulate its cellular localization (Illustration 6). RBFOX2 

binds to the (U)GCAUG motif in pre-mRNA via its highly conserved RRM to regulate AS 

in a position-dependent manner [110]. Similar to CELF1, RBFOX2 acts as a silencer when 

it binds upstream of an alternative exon, and it acts as an activator when it binds 

downstream of an alternative exon [109-111]. RBFOX2 binds to ISEs to activate exons 

directly while it represses exons indirectly or as part of a large assembly of splicing 

regulators (LASR) [112-114]. Splicing activation by RBFOX2 requires self-aggregation 

mediated by tyrosines in the CTD of RBFOX2. These tyrosines are also needed for 

RBFOX2s interaction with LASR [115]. Further, although the CTD of RBFOX2 is 

sufficient to promote exon inclusion, both the CTD and RRM are required for exon 

repression [109]. The mechanism of RBFOX2s regulation on selected targets has been 

reported. For example, RBFOX2 acts on protein 4.1R exon 16 by facilitating recruitment 

of U1 snRNP to the weak 5' SS. Consequently, inclusion of the exon is promoted. When 

RBFOX2 represses exon inclusion, it blocks recognition of the 3' SS and branch site and 

inhibits formation of the E complex [109, 110, 116, 117].  

RBFOX2 itself is alternatively spliced giving rise to brain and muscle-specific 

isoforms. The M43 exon of RBFOX2 is exclusively found in heart and skeletal muscle 

while the B40 exon is primarily found in the brain [118]. M43 lacks residues needed for 

higher order assembly with the LASR. Specifically, tyrosines in the CTD of RBFOX2 are 

needed for higher order assembly, and three critical tyrosines are missing in M43 [115]. 

Multiple promoters drive RBFOX2 expression, and their activation is cellular context-

specific [118]. RBFOX2 has two distinct translation start sites that alter the NTD of the 

protein [119]. The use of these translation start sites is tissue- and development-specific 
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[118, 120]. The NTD of RBFOX2 that results from the first translation start site has a 

classical NLS, an inhibitor of the apoptosis protein binding motif, and an MYND domain. 

However, these features are lost in the RBFOX2 isoform that is translated from the second 

translation start site (Illustration 6) [119]. Additional differences in abundance, post-

translational modifications, and multi-protein complex formation affect the tissue-specific 

regulation of RBFOX2.  

 

Important for this work, RBFOX2 autoregulates its own splicing of exon 6 to form 

a protein isoform lacking the second half of the RRM. This results in an in-frame mRNA 

deletion and production of a stable dominant negative (DN) isoform. This DN isoform 

displays reduced RNA binding capability but can repress wildtype RBFOX2 dependent 

splicing [118]. Previous work from our lab demonstrates that this DN RBFOX2 isoform is 

upregulated in the diabetic heart and inhibits AS of RBFOX2 targets [121]. 

Illustration 6. Schematic representation of RBFOX2 domain organization.  

RBFOX2 has one RRM and two alternative promoters. RBFOX2 is alternatively 

spliced itself to give rise to tissue specific isoforms. The B40 exon is found 

predominantly in the brain and the M43 exon in heart and skeletal muscle. The CTD 

of RBFOX2 has tyrosines (shown in red) that are needed for higher order assembly. 
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CELF1, PTBP1, and RBFOX2 as regulators of cardiac development and disease 

RBPs are important regulators of heart development and have been implicated at 

various stages including formation, morphogenesis, and maturation of the heart [122]. The 

heart undergoes extensive remodeling during development, particularly before and after 

birth, when it must adapt to new stresses and assume adult functionality [123]. The post-

birth remodeling process involves transcriptional and post-transcriptional adaptions that 

primarily occur between postnatal day 1 and 28 [40]. Cardiomyocyte proliferation ends by 

postnatal day 7 and occurs concurrent to a decrease in the cell cycle and DNA replication 

within the heart [40, 44, 45]. Later increases in heart size are attributed to cellular 

hypertrophy [40]. The mature cardiomyocytes also transition from a carbohydrate to fatty 

acid metabolism that is consistent with the upregulation of genes related to fatty-acid 

metabolism, the mitochondria, and oxidation-reduction reactions [40, 124, 125]. 

Interestingly, the majority of genes with altered expression during cardiovascular 

development are independently regulated by differential AS or gene expression. 

Differential AS regulates cell structure and motility genes. Differential gene expression 

regulates signal transduction and oxidative metabolism genes [63]. Binding motifs for 

known splicing regulators were found flanking developmentally regulated exons and 

included: CELF, muscleblind-like protein (MBNL), PTB, signal transduction and 

activation of RNA (STAR), heterogenous nuclear ribonucleoprotein L (hnRNPL), and 

RBFOX2. Interestingly, the RBFOX and CELF1 motifs adjacent to developmentally 

regulated exons in the heart are conserved across eight species [63].  

There is a dynamic relationship between cardiovascular development and disease. 

A key component in cardiovascular disease is the reversion from an adult splicing program 



20 

to a fetal program [71, 123, 126-128], which underscores the importance of RBPs. 

Numerous RBPs are altered during cardiovascular disease and induce dysregulated splicing 

which contributes to changes in cardiac gene expression. Importantly, RBPs regulate 

cellular phenotype changes that can contribute to cardiovascular disease. For example, the 

progression from cardiomyocytes to hypertrophic cardiomyocytes in cardiac hypertrophy 

is regulated by RBM20, CRIP, and SRSF1 [128-131]. In addition to cardiomyocytes, RBPs 

are key regulators of gene expression in a number of other cells that are integral to 

cardiovascular development including vascular smooth muscle cells, perivascular stromal 

cells, endothelial cells, monocytes, and macrophages [128]. Notably, endothelial 

dysfunction is associated with cardiovascular disease acceleration. Nitric oxide is a 

regulator of vascular tone, and activated endothelial cells produce less nitric oxide, which 

causes vasoconstriction [132, 133]. The RBPs QKI and HuR regulate the eNOS enzyme 

and subsequently nitric oxide production. QKI is also essential for maintaining the barrier 

function through mRNA transcript stabilization [134, 135]. In endothelial cells, RBPs also 

regulate growth factors including VEGF, endoglin, and HIF1 [136-138]. Additionally, 

through macrophage and monocyte regulation, RBPs affect inflammation that promotes 

cardiovascular disease [139].  

RNA splicing efficiency decreases during heart failure and contributes to disease 

pathogenesis by impairing normal cardiac gene expression [140]. In failing hearts, the 

transcription factor serum response factor (SRF) is alternatively spliced to form a 

dominant-negative isoform that represses genes that are important for contractile function 

[141]. In ischemic cardiomyopathy, dilated cardiomyopathy, and aortic stenosis, important 
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sarcomeric genes undergo AS including cardiac troponin T and I, titin, filamin C gamma, 

and myosin heavy chain 7. AS of titin leads to reduced myofibrillar stiffness [140, 142].  

Increasing evidence suggests that CELF1-, PTBP1-, and RBFOX2-regulated AS is 

important in cardiovascular development and disease. Important for my work, binding 

motifs for CELF1, PTBP1, and RBFOX2 are found flanking developmentally regulated 

exons in the heart [63]. Additionally, CELF1, PTBP1, and RBFOX2 contribute to gene 

expression changes that are important for cardiogenesis and heart function [122, 143].  

An increased understanding of RBP function during healthy periods of change, 

such as development, can lead to novel insights about their contribution to disease 

pathogenesis. In the next sections, the roles of CELF1, PTBP1, and RBFOX2 in 

cardiovascular development and disease will be discussed (summarized in Table 1).  

Table 1. CELF1, PTBP1, and RBFOX2 in cardiovascular diseases 

RBP implicated Cardiovascular disease References 

CELF1 Diabetic heart 

disease/cardiomyopathy 

[144] 

CELF1 Dilated Cardiomyopathy [145, 146] 

CELF1 Neonatal cardiac 

dysfunction 

[147] 

CELF1 Heart failure [145, 148] 

CELF1 Cardiac complications of 

myotonic dystrophy type 1 

[149] 

PTBP1 Cardiac Hypertrophy [150] 

RBFOX2 Pressure overload-induced 

heart failure 

[151] 

RBFOX2 Hypoplastic Left Heart 

Syndrome 

[152] [153] 

RBFOX2 Conotruncal Defects [154] 

RBFOX2 Diabetic heart disease [121] 
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CELF1 in heart development 

CELF1 has important roles in embryogenesis and heart development [155, 156]. 

Importantly, in the developing myocardium CELF1 is highly expressed, and its expression 

changes throughout development by more than 10-fold. CELF1 expression is high in the 

embryonic heart and low in the adult heart [63]. Although decreased CELF1 expression 

begins 6 days after birth, the mRNA levels do not change, indicating that post-

transcriptional modifications cause decreased protein levels [63]. CELF1 is phosphorylated 

by PKC in embryonic and newborn hearts, which contributes to increased CELF1 protein 

expression [72]. The postnatal downregulation of CELF1 expression is regulated by 

reduced PKC phosphorylation and the microRNA miR-23a/b [157]. 

During development, CELF1 is found in both the nucleus and the cytoplasm of 

cardiac cells indicating that CELF1 has multiple roles in post-transcriptional gene 

regulation during heart development [156]. CELF1 activity is critical for cardiac 

development and function including calcium signaling, vesicular trafficking, and 

transverse tubule organization [40, 63]. CELF1 regulates at least 45 AS events in the 

neonatal heart including genes with roles in chromatin organization, cytoskeleton function, 

and lipid/glucose metabolism [147]. In the postnatal heart, low CELF1 expression induces 

AS transitions of genes that have roles in vesicular trafficking, endocytosis, and membrane 

organization [40]. Thus, CELF1 mediated AS impacts cardiac function. 

CELF1 binds to 3' UTRs and promotes mRNA decay [67, 158, 159]. In the neonatal 

heart, CELF1 regulates mRNA stability of genes with important roles in the cell cycle by 

binding to their 3' UTRs. CELF1 also indirectly regulates genes related to proliferation, ion 

transport, circadian rhythm, and the immune response [147]. CELF1 downregulation 
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during development is implicated in mRNA stabilization and activation of multiple 

pathways. There is a tetracycline-inducible transgenic mouse model (TRECUGBP1/MHC) 

that exhibits CELF1 overexpression in cardiomyocytes. Analysis of these mice revealed 

that 41% of the genes that were upregulated during development were downregulated 72 

hours after CELF1 induction. This indicates that 41% of the genes that are increased in 

relative expression during heart development are controlled by CELF1 through mRNA 

stabilization [40]. The affected genes have diverse roles in ion transport, fatty-acid 

metabolism, oxidation-reduction, heart contraction, hypertrophy, and mitochondria. 

Interestingly, 14% of the genes that are decreased during development are also regulated 

by CELF1 [40, 145]. Collectively, this indicates that CELF1-mediated AS and mRNA 

decay play important roles throughout cardiac development. 

 

CELF1 in cardiovascular disease 

Dysregulation of the developmental expression pattern of CELF1 leads to cardiac 

defects. Homozygous knockout of CELF1 in neonates induces cardiac dysfunction 

characterized by reduced heart weight, abnormal repolarization, reduced ejection fraction 

(the amount of blood pumped out of the ventricles during each heartbeat), and fractional 

shortening (a shortening of the left ventricle diameter between diastole and systole) [147]. 

Interestingly, cardiac dysfunction induced by CELF1 knockout resolves with age, perhaps 

indicating some as-yet-undefined redundancy in these regulatory processes [147]. As 

previously mentioned, CELF1 regulates mRNA stability of genes with important roles in 

the cell cycle by binding to their 3' UTRs. When CELF1 is knocked out, these cell cycle 

genes increase in expression. This indicates that CELF1 contributes to the maintenance of 
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mRNA levels by destabilizing transcripts during neonatal heart development. It is possible 

that CELF1 acts in concert with other regulators to control transcript stability that 

contribute to heart development and that these other regulators become more dominant 

after birth, accounting for the cardiac resolution [147].  

Overexpression of a dominant negative CELF (MHC-CELF) in the postnatal heart 

muscle causes cardiac hypertrophy, dysfunction, and fibrosis, in addition to dilated 

cardiomyopathy and premature death. These DN CELF mice display dysregulated AS by 

postnatal week three, and gene expression profiling revealed that contraction and calcium 

signaling were most significantly affected [160]. Interestingly, crossing the DN CELF mice 

with mice overexpressing wild-type CELF1, rescued the dysregulated AS and cardiac 

defects, indicating that CELF1 regulates AS events that are critical to cardiac function. 

Specifically, overexpression of wildtype CELF1 partially restored heart weight, the 

incidence of hypertrophy, and survival in these mice. Additionally, it partially restored 

splicing of Mtmr1. Mtmr1 is a member of a phosphatase family and dysregulation of its 

splice isoforms may contribute to defects in striated muscle [161]. Therefore, regulation of 

proper Mtmr1 splicing is critical for normal muscle function. 

Gene expression profiling of MHC-CELF hearts revealed that a number of serum 

response factor network (SRF) members were also significantly altered in the MHC-

CELF mice. SRF is an important cardiac transcription factor, and many of its downstream 

targets were upregulated in these transgenic mice. Specifically, two well-known inhibitors 

of SRF activity were downregulated. These proteins were homeodomain only protein X 

(HOPX) and four and a half LIM domain-containing protein 2 (FHL2). Interestingly, SRF 
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expression was unchanged. Conversely, overexpression of CELF1 reduced SRF 

downstream targets and induced FHL1 expression [160]. 

There are two different MHC-CELF lines. The MHC-CELF-10 line is the 

“severe line” and expresses more dominant-negative CELF. The MHC-CELF-574 line is 

the “mild line” and expresses lower amounts of dominant negative CELF. The MHC-

CELF-574 line has less severe cardiac hypertrophy. These two lines have varying degrees 

of dysregulation downstream of CELF activity. The “severe line” has greater impairment 

of cardiac function including myocytolysis, fibrosis, and increased mortality, defects that 

are not exhibited by the “mild line”. Mild expression of MHC-CELF1 in juvenile mouse 

hearts caused cardiac problems that resolved with age, even though the dominant-negative 

CELF expression and AS dysregulation persisted [162]. Interestingly, gene expression 

changes that were present in the mild MHC-CELF line improved as the mouse aged. 

Specifically, genes related to calcium handling were dysregulated at 3 weeks of age leading 

to reduced calcium release and poor contractile performance. Pln and Ryr2m mRNA levels 

are expressed at reduced levels in both the mild and severe MHC-CELF lines. However, 

this discrepancy is less severe in the mild line by 24 weeks and corresponds with improved 

calcium release and contractility. Additionally, the SRF transcriptional program that is 

dysregulated in juvenile mouse hearts partially resolves in older animals. The mechanism 

of recovery from a genetically induced juvenile cardiomyopathy is unknown [162].  

Re-induction of CELF1 in the adult heart causes a reversion to fetal AS and gene 

expression patterns and is implicated in multiple cardiovascular pathologies including heart 

failure, dilated cardiomyopathy, and the cardiac complications of myotonic dystrophy 

[145, 146, 148]. Dilated cardiomyopathy is a myopathy characterized by left ventricle 
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dilation, impaired systolic function, and reduced ejection fraction. Overexpression of 

CELF1 in mouse hearts causes dilated cardiomyopathy and heart failure. On the molecular 

level, CELF1 overexpression results in defective splicing and a reversion to fetal splicing. 

Specifically, CELF1 developmentally regulates Fxr1 and Mtmr1 and causes an AS 

reversion. In dilated cardiomyopathy, re-induction of CELF1 dysregulates gap junction 

integrity important for cardiac contractility and conduction [145, 148]. CELF1 binds to the 

3' UTR and promotes mRNA degradation of the major gap junction found in the heart, 

connexin 43 (Cx43) [145, 148]. Cx43 is integral to cardiac contractility and conduction 

such that downregulation of it correlates with cardiomyopathy, arrhythmia, and heart 

failure [145, 163, 164]. Therefore, abnormal expression of CELF1 in the adult heart 

dysregulates cardiac contractility and conduction and is associated with dilated 

cardiomyopathy and heart failure. 

CELF1 upregulation is implicated in the pathogenesis of myotonic dystrophy type 

1 (DM1) [146]. DM1 is caused by toxic CUG repeats present in the 3' UTR of the 

dystrophia myotonia protein kinase (DMPK) gene. Mutant transcripts aggregate in the 

nucleus and sequester RBPs leading to dysregulated AS [165]. Cardiac complications are 

the second leading cause of mortality in DM1 patients and affect 80% of patients. These 

include defects in cardiac conduction, atrioventricular blockage, dilated cardiomyopathy, 

arrhythmias, and left ventricular systolic dysfunction. Defects in cardiac conduction can 

lead to fatal arrhythmias, and for this reason, 30% of all DM1 patients die due to cardiac 

complications [40].  

CELF1 protein levels are elevated in DM1 patients, and studies now indicate that 

CELF1 contributes to the cardiac complications associated with DM1 [166]. Toxic CUG 
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repeats in DMPK activate PKC, which then phosphorylates CELF1 and induces a 2-4-fold 

increase in relative CELF1 expression [146]. The exact mechanism of how these toxic 

CUG repeats in DMPK activate PKC is unknown [167]. Human CELF1 overexpression in 

adult mouse hearts resembles the functional (echocardiographic and electrocardiographic) 

and molecular abnormalities seen in DM1 [146]. The conduction abnormalities that are 

observed include cardiac conduction abnormalities including PR interval elongation and 

QRS complex widening. Additionally, CELF1 overexpression causes cardiac dysfunction 

including left ventricular systolic dysfunction and dilation. These abnormalities are 

indicative of dilated cardiomyopathy and are similar to the features of DM1 observed in 

patients [146]. In the mice, dilated cardiomyopathy occurred in concert with necrosis and 

myocardial fiber loss, and the effects were observed eight days after CELF1 induction. Left 

ventricular ejection fraction and posterior wall thickness were also decreased in mice 

overexpressing CELF1. The defects caused by CELF1 overexpression were so severe they 

caused premature lethality within two weeks of induction [146]. Inhibition of PKC reduces 

CELF1 phosphorylation and protein expression, which correlates with restored cardiac 

function [166]. 

A reversion to fetal AS patterns is a hallmark of DM1. Heart or cardiomyocyte-

specific overexpression of CELF1 reproduces a reversion to fetal AS patterns similar to 

that in DM1 patients [63, 146]. Interestingly, these effects were observed in the absence of 

toxic CUG repeats, indicating that CELF1 independently contributes to DM1 pathogenesis 

[146]. Collectively, these data indicate a causative role for CELF1 upregulation in the 

dysregulated splicing that is observed in DM1 [146]. 
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Important for this work, we have previously found that CELF1 is upregulated in 

diabetic patient hearts. Diabetes is a metabolic disease characterized by hyperglycemia due 

to either a lack of insulin production (Type 1: T1D) or lack of insulin sensitivity (Type 2: 

T2D). The major cause of mortality in diabetic patients is due to cardiovascular 

complications [168, 169]. Ultimately, cardiac complications in diabetes can progress into 

heart failure [170].  

CELF1 is phosphorylated by PKC leading to upregulation of its expression in 

diabetic hearts [71]. Upregulation of CELF1 occurs concurrently with defects in 

developmentally regulated AS. We found that overexpression of CELF1 leads to splicing 

patterns similar to those in neonatal hearts. In both T1D and T2D, splicing patterns revert 

to a fetal pattern. Importantly, phosphorylation of CELF1 is necessary for this splicing 

pattern indicating that CELF1 upregulation via PKC phosphorylation contributes to 

splicing dysregulation in the diabetic heart [71]. However, the global consequences of 

increased CELF1 expression on gene expression changes in diabetic hearts still remain 

unknown. My findings on how CELF1 contributes to splicing changes in the diabetic heart 

will be discussed in Chapter 2. Briefly, this chapter describes 138 CELF1 targets that are 

aberrantly spliced in T1D, leading to changes in gene expression. Importantly, these 

CELF1 targets have roles in muscle contraction and protein kinase G (PKG) signaling 

[144].  

 

PTBP1 in heart development and disease 

The regulation of PTBP1 during heart development is controversial. Some studies 

suggest that protein levels of  PTBP1  are decreased in expression during heart 
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development in the absence of corresponding changes at the level of mRNA expression. 

Specifically, Zhang et al., found that PTBP1 levels rapidly decrease after birth and reach 

undetectable levels by postnatal day 90 [171]. Other studies suggest that PTBP1 expression 

does not change during heart development [63].  

PTBP1 expression is regulated through a caspase-dependent cleavage mechanism 

during heart development [172]. PTB is cleaved via a pathway involving histone 

deacetylases (HDAC). HDACs are known to have important roles in regulating gene 

expression in striated muscle. HDAC4 and HDAC5 bind to and inhibit the transcriptional 

activity of MEF2. MEF2 is a transcription factor involved in skeletal and heart muscle 

development. Thus, HDAC4 and HDAC5 negatively regulate skeletal and heart muscle 

development through MEF2. Mice deficient in HDAC5 had decreased levels of PTB in 

their hearts, which, suggested a causal relationship between HDACs and PTB. However, 

this effect was specific for HDAC5 and knockout of HDAC1, HDAC2, or HDAC9 did not 

inhibit PTB expression [172]. 

 During heart development, HDAC activates caspase inhibitor FLICE-like protein, 

(cFLIP) which inhibits caspase activity. Caspase-dependent signaling occurs in the fetal 

myocardium, but is downregulated during heart differentiation [171, 173]. When caspases 

are active, PTB is cleaved, triggering its degradation in the proteasome [172]. Interestingly, 

this effect is specific to heart cells because cardiomyocytes treated with HDAC inhibitors 

exhibit cleaved PTB, but this effect is not recapitulated in HEK293 cells. Consistent with 

these data, in HDAC5-deficient mice, cFLIP and PTB are downregulated. Conversely, 

cFLIP overexpression prevents cleavage of PTB. Additional evidence supporting caspase-

dependent regulation of PTB during heart development arises from caspase-3 and caspase-
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7 heart-specific knockout mice. These mice exhibited increased PTB when compared to 

wild-type controls. In both groups, the PTB transcript was unchanged [172]. Because 

cFLIP is an inhibitor of caspase activity, it interferes with heart development and thus, is 

downregulated during cardiomyocyte differentiation.  

Reduced PTBP1 expression during heart development results in the inclusion of 

exons that are normally repressed by PTBP1 [172]. Through this mechanism, PTBP1 

affects -tropomyosin (TPM1), -tropomyosin (TPM2), and the MEF2 family of 

transcription factors. MEF2 is an essential transcription factor for heart muscle 

differentiation and cardiac stress adaptation while -tropomyosin and -tropomyosin are 

cardiac structural proteins important for muscle function and general cytoskeleton 

functions [82, 172, 174, 175]. Mef2 is alternatively spliced in striated muscle and brain 

tissues such that the short exon beta is more included during differentiation. This beta exon 

encodes for a glutamic acid rich sequence that promotes stronger transcriptional activity 

when compared to other MEF family proteins. In vitro, PTB regulates skipping of the beta 

exon in both HeLa cells and C2C12 myoblasts [82, 176]. During heart development, this 

exon becomes more prevalent, and its increased levels correlate with decreased PTB 

protein expression [172]. More specifically, overexpression of PTB in neonatal 

cardiomyocytes induced skipping of the beta exon in Mef2 (MEF2a and Mef2d). Further 

evidence for PTB regulation of beta exon skipping was indicated by studies with HDAC-

inhibited cells. The HDAC-inhibited cells, which had attenuated PTB expression, exhibited 

increased inclusion of the Mef2 beta exon. Despite this correlation, PTB only weakly 

crosslinks to Mef2 in HeLa cell studies, suggesting that PTB indirectly regulates Mef2 
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[172]. Nonetheless, these results suggest that PTBP1 contributes to important 

developmental transitions in the heart through regulation of AS. 

-tropomyosin and -tropomyosin are cardiac structural proteins that have 

mutually exclusive exons regulated by PTB knockdown [82, 172, 174, 175]. The TPM2 

mutually exclusive exons are exons 6 and 7. The TPM1 mutually exclusive exons are exon 

8 and 9. Notably, the alternative exons of TPM1 and TPM2 were included in neonatal 

cardiomyocytes that overexpressed PTB. CLIP-sequencing also identified PTB motifs 

around the TPM alternative exons. During postnatal heart development PTB is 

downregulated and the PTB-repressed exons of TPM1 and TPM2 are included at increased 

frequency. A PTB regulatory mechanism of TPM exon-inclusion was supported by 

different mouse models.  In HDAC5-deficient mice, where PTB expression was low, the 

TPM alternative exons were included at greater frequencies. Conversely, in caspase 3 and 

caspase 7 deficient mice, where PTB expression is high, inclusion of the alternative exons 

was less frequent [172]. 

PTBP1 also has a role in regulating apoptosis during cardiomyocyte differentiation, 

possibly through IRES-dependent translation [171, 172]. Apoptosis is an important 

component of cardiac development, with roles in the formation of the outflow tract, 

conducting system, cardiac valves, and coronary vasculature. Specifically, apoptosis 

contributes to vessel regression in the vasculature formation [177]. Apoptotic machinery is 

expressed in the embryonic myocardium and is silenced after birth coinciding with 

downregulation of PTBP1 [173, 178]. Importantly, PTBP1 overexpression was found to 

increase expression of components of the apoptotic machinery [171]. Collectively, these 

data indicate that PTBP1 promotes apoptosis during heart development. 
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Although PTBP1 is important in cardiovascular development, less is known about 

its role in cardiovascular disease. However, PTB deficiency in mice results in embryonic 

lethality concomitant with proliferation and differentiation defects [179]. Additionally, 

gene expression analysis in mice indicates that PTBP1 is increased in relative expression 

during cardiac hypertrophy, but downregulated during development [150]. Thus, there is a 

need to further explore PTBP1’s role in cardiovascular diseases. 

My findings on a developmentally regulated spliced variant of PTBP1 present in 

the diabetic heart and its functional consequences on AS will be detailed in Chapter 3. In 

summary, this chapter describes that a developmentally regulated PTBP1 isoform with less 

repressive function is upregulated in the T1D heart. Importantly, I identified a group of 

PTBP1 targets that are dysregulated in diabetes and demonstrate that the PTBP1 isoform 

with less repressive function regulates AS of these transcripts [180]. This provides the first 

evidence that PTBP1 is modulated in the T1D heart and provides a potential role for PTBP1 

in gene expression changes in the diabetic heart. 

 

RBFOX2 in heart development 

RBFOX2 expression is high in the neonatal heart and only slightly attenuated in 

the adult heart [63, 181]. RBFOX2 protein expression slightly decreases beginning at 

postnatal day 6 and is accompanied by a parallel decrease in RBFOX2 mRNA [63]. In 

whole heart samples, RBFOX2 is predominantly nuclear [63]. However, in 

cardiomyocytes which make up 30% of the heart [37-40], RBFOX2 is predominantly 

cytoplasmic, indicating that RBFOX2 has multiple roles in regulation of gene expression 
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in the heart as a whole. [182]. This is not surprising as RBFOX2 has well-established roles 

in RNA metabolism in both the nucleus and cytoplasm [106-108]. 

RBFOX2 contributes to heart function through regulation of AS, microRNAs, and 

polycomb-mediated transcriptional repression [151, 181-183]. RBFOX2 regulates splicing 

of genes with important roles in heart function including calcium handling, cytoskeleton 

reorganization, channel activities, proteasome function, mitochondrial activity, and cellular 

signaling [151, 181]. Interestingly, RBFOX2 may initiate a cascade of gene regulation as 

it also regulates genes with roles in splicing (MBNL1) and transcription (MEF2) [151, 

181]. Importantly, a subset of these genes is developmentally regulated in the postnatal 

heart. For example, RBFOX2 mediates repression of Epb4.1 and Atp5c1 during postnatal 

heart remodeling to enhance cardiac function [151]. Epb4.1 encodes the cytoskeletal 

protein 4.1R that interacts with spectrin and actin to promote membrane stability and is 

required for the expression of a number of cell surface transmembrane proteins. Epb4.1 

has been shown to regulate calcium signaling and repolarization in the heart [184]. 

Previous research demonstrates that RBFOX2 directly regulates Epb1.4. Specifically, 

RBFOX2 activates exon 16 of Epb4.1, which is repressed in the absence of RBFOX2. 

Inclusion of exon 16 increases 4.1R affinity for spectrin and actin [114]. Spectrin and actin 

are essential for proper targeting of transmembrane ion transporters and contribute to the 

regulation of intracellular calcium signaling [184, 185].  

ATP5c1 encodes for the ATP synthetase  subunit F1. Extensive research has 

demonstrated that the RBFOX family of RBPs regulate ATP5c1. Exon 9 of F1 is excluded 

in heart and skeletal muscles [186], and RBFOX1 induces skipping of this exon by 
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preventing E complex formation [117]. Importantly splicing of ATP synthetase  subunit 

F1 enhances energy production in cardiac muscle mitochondria [186]. 

While RBFOX2 is a well-known regulator of AS, it also contributes to the cardiac 

phenotype through regulation of transcription. RBFOX2 acts as a repressor of transcription 

by interacting with polycomb repressive complex 2 (PRC2) and nascent RNA [182]. 

Importantly, RBFOX2 has an important role in regulating excitation-contraction coupling 

in the post-natal heart via regulating t-tubules [182, 183]. Specifically, RBFOX2 induces a 

set of microRNAs that dysregulate excitation-contraction coupling. One of these 

microRNAs, miR34a, targets Jph2, which is an excitation-contraction coupler. Jph2 links 

T-tubules with the sarcoplasmic reticulum, which allows for coordination between 

electrical signals on the membrane and the contractile apparatus [183].  Important for this 

work, the RRM domain of RBFOX2 is not required for interaction with PRC2 while the 

CTD is required [182]. Collectively, these data indicate that RBFOX2-mediated AS and 

transcription play important roles in cardiac function. 

Unpublished results from Dr. Sunil Verma in our lab further demonstrate that 

RBFOX2 is necessary for heart development. Conditional knockout (CKO) of RBFOX2 

in mice results in embryonic lethality by embryonic day 11.5 (E11.5). At E10.5 RBFOX2 

CKO embryos display hemorrhaging, edema, and underdeveloped hearts (unpublished 

results). These embryos have reduced contractile tissue. At E9.5, RBFOX2 CKO embryos 

do not display overt phenotypic differences. However, these embryos have reduced cardiac 

tissue and proliferation defects. Cardiac transcriptome analysis at E9.5 identified 1140 AS 

events changed in the RBFOX2 CKO mice. Gene ontology (GO)analysis of the cassette 

exons revealed that genes related to cellular adhesion and cytoskeleton were affected. 
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RBFOX2 depletion adversely affects endothelial cell adhesion while leading to faster 

migration. These data indicate that RBFOX2 is essential for normal cardiac development 

and function. 

 

RBFOX2 in cardiovascular disease 

Dysregulation of the developmental expression pattern of RBFOX2 leads to cardiac 

defects. RBFOX2 knockout in embryonic cardiomyocytes does not prevent live birth, but 

it causes dilated cardiomyopathy that progresses to heart failure mice at postnatal stages 

[151]. These mice appear normal at week 5, but by week 9 they display enlarged cardiac 

chambers and thin ventricular walls. Their condition progresses to dilated cardiomyopathy 

by week 22, and only 5% of these mice live past a year [151]. These data indicate that 

RBFOX2 is critical for post-natal heart function. 

Cardiomyocytes isolated from RBFOX2 knockout hearts exhibit calcium-handling 

defects that impaired whole-cell twitch. These phenomena were confirmed in cultured 

RBFOX2 knockout neonatal cardiomyocytes. Reduced transient peaks and increased 

calcium sparks, in addition to spontaneous transient frequency, collectively indicated 

defective excitation-contraction coupling in the RBFOX2 knockout heart [151]. RBFOX2 

is decreased early in heart failure, and this is correlated with cardiac stress that is 

characterized by dysregulated excitation-contraction coupling. Excitation-contraction 

coupling is important for the transmission of electrical signals to the cardiac muscle 

contraction apparatus, and depletion of RBFOX2 induces a set of microRNAs that 

dysregulate this coupling [183]. Thus, depletion of RBFOX2  contributes to compromised 

cardiac function through dysregulation of excitation-contraction coupling. 
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RBFOX2 knockout in mice causes dysregulated AS of genes that have previously 

been implicated in heart development and disease. Included in this set of dysregulated 

genes are two genes that are important for the structural integrity of the cardiac contractile 

apparatus (Pdlim5 and Ldb3) and four genes that were previously linked to cardiomyopathy 

(Abcc9, Sorbs1, Sorbs2, and Enah) [151]. Notably, Abcc9 is an ATP-sensitive potassium 

channel and Enah (mena) is associated with cytoskeletal organization and remodeling [187, 

188]. Additionally, RBFOX2 knockdown caused dysregulated AS of two critical cardiac 

transcription factors, Mef2a and Mef2d that correlated with a decrease in Mef2a protein 

expression [151]. 

The importance of RBFOX2 in heart development has additionally been 

demonstrated in a zebrafish model. RBFOX2 knockout zebrafish embryos displayed 

normal phenotypes despite having dysregulated AS. When RBFOX1 and RBFOX2 were 

knocked-out together using morpholinos, these double morphants exhibited heart defects 

such as reduced heart rate and pericardial edema. Importantly, re-expression of RBFOX2 

could rescue heart function [189]. Further, RBFOX2 expression rescued dysregulated AS 

caused by the single knockout of RBFOX1. This indicates that RBFOX2 is important for 

healthy heart development and function and that RBFOX2 may be able to compensate for 

RBFOX1 activity in heart function [189]. However, it is important to note that morpholinos 

are known to have many off-target effects and that a CRISPR-based knockout zebrafish 

model has not been developed. Therefore, there is a great need to develop better models of 

RBFOX2 knockout to determine its role in heart function. 

RBFOX2 is implicated in multiple cardiovascular pathologies including pressure 

overload-induced heart failure, HLHS, and diabetic heart disease [121, 151, 152]. 
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RBFOX2 is decreased early in heart failure and causes dysregulation of genes with 

important roles in cardiac function. Decreased RBFOX2 expression in heart failure causes 

cardiac stress that is characterized by dysregulated excitation-contraction (EC) coupling. 

Cardiac specific ablation of RBFOX2 led to defective EC coupling  [151]. EC coupling is 

important for the transmission of electrical signals to the cardiac muscle contraction 

apparatus, and depletion of RBFOX2 induces a set of microRNAs that dysregulate this 

coupling [183]. Thus, miRNAs induced by RBFOX2 contribute to compromised cardiac 

function in heart failure. 

Rbfox2 in diabetic heart disease: Important for this work, our lab has previously 

shown that RBFOX2 regulates transcripts that are aberrantly spliced in the diabetic heart 

[121]. Of patients diagnosed with diabetes, 5-10% have T1D [190] and 90-95% have T2D 

[191]. The lack of insulin production in T1D is due to auto-immune mediated loss of -

islet cells in the pancreas that are responsible for producing insulin [192]. T2D is mainly 

caused by environmental factors (obesity and a sedentary lifestyle) and genetic factors. 

Obesity and a sedentary lifestyle cause insulin resistance in the muscle and liver that leads 

to decreased uptake of glucose by cells ultimately causing hyperglycemia. Insulin 

resistance in combination with a genetic predisposition can lead to -islet cell failure that 

leads to reduced insulin production [193].  

 The major cause of mortality in diabetic patients is due to cardiovascular 

complications [168, 169]. Diabetic patients are at an increased risk of developing 

cardiovascular disease because they often have risk factors such as obesity, hypertension, 

and dyslipidemia [194]. These cardiovascular diseases can include atherosclerosis, 

microangiopathy, cardiovascular autonomic neuropathy, diabetic cardiomyopathy, and 
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myocardial infarction [170, 194]. Diabetes leads to cardiac muscle cell dysfunction 

characterized by alterations to cellular architecture, metabolism, and calcium signaling that 

induces hypertrophy, apoptosis, and fibrosis [170]. Oxidative stress, endothelial 

dysfunction, and increased coagulability present in diabetic patients also increase their risk 

of cardiovascular disease [194]. Ultimately, cardiac complications in diabetes can progress 

into heart failure [170].  

In the diabetic heart, RBFOX2 regulates genes that have important roles in heart 

function including metabolism, apoptosis, protein trafficking, and calcium homeostasis. 

RBFOX2 becomes dysregulated during the onset of disease pathogenesis. Interestingly, 

RBFOX2 expression is increased in diabetes, but the functional activity is decreased. A 

DN form of RBFOX2 is produced in diabetes, which blocks wild-type RBFOX2 mediated 

splicing. Expression of the DN RBFOX2 impairs intracellular calcium release in 

cardiomyocytes [121]. Thus, as an AS regulator, RBFOX2 contributes to diabetic 

transcriptome changes.  

Importantly, many transcripts that are aberrantly spliced in diabetes have roles in 

heart function including MTMR3, FXR1, MEF2a, and PBX3. Inclusion of the alternative 

exon of all four these genes is decreased in Type 2 diabetic patient hearts. CLIP-sequencing 

revealed that MTMR3, FXR1, and MEF2a display RBFOX2 CLIP clusters in the introns 

surrounding their alternative exons. These data suggest that RBFOX2 may regulate their 

splicing [121]. Collectively, this data indicates that RBFOX2 regulates many genes with 

important roles in the heart in diabetes. 
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RBFOX2 in congenital heart defects: RBFOX2 has been previously implicated in 

the congenital heart defect HLHS. HLHS is an often-lethal congenital heart defect in which 

babies are born with underdeveloped left ventricles and/or aorta resulting in severely 

compromised systemic circulation (Illustration 7) [195, 196]. HLHS accounts for ~25% of 

deaths among infants 

with congenital heart 

defects [197, 198]. 

Without surgical 

interventions HLHS is 

fatal in the first few days 

of life [199, 200]. The 

burden on the right 

ventricle over time can 

cause lifelong cardiac 

complications. Hypoplasia of the left heart is thought to be due to defective cardiomyocyte 

proliferation [201]. There is limited information regarding the etiology and pathogenesis 

of HLHS. Thus, there is an urgent need to determine the pathogenic mechanisms of HLHS 

to develop better therapies [153].   

HLHS is multigenic and heterogenous meaning multiple genes and mutations can 

lead to the same phenotype. This has made it very difficult to determine a genetic etiology 

of HLHS and create mouse models to study the disease. The first mouse HLHS mouse line 

(Ohia) revealed that HLHS was digenic and identified 8 different mouse lines. Exome 

sequencing from these mice identified 330 individual mutations confirming that HLHS is 

Illustration 7. HLHS specific heart changes. 

Image from public domain. 
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genetically heterogenous. Mutations in Sap130 and Pcdha9 led to the HLHS phenotype in 

these mice. Mutations in Notch-signaling related genes were also identified. This data 

indicates that HLHS has complex genetics and may arise through multiple mutations in 

different genes [202]. 

The AS regulator RBFOX2 is significantly associated with the HLHS phenotype 

[203]. In one of the largest CHD patient genetic studies (1,213 parent offspring trios), 

exome sequencing identified multiple damaging de novo mutations that accounted for 20% 

of patients with CHD associated with other coexisting diseases and 2% of patients with 

isolated CHD. These damaging do novo mutations occurred in 4,420 genes that are highly 

expressed in the heart. De novo mutations in 392 of these genes are expected to contribute 

to CHD. Twenty-one of these genes had multiple damaging de novo mutations.  Important 

for this work, three de novo RBFOX2 mutations (nonsense, frameshift, and splice site) that 

were identified from congenital heart disease patients are strongly associated with HLHS 

left ventricular obstruction phenotype [153].   

All of the identified HLHS-specific RBFOX2 mutations are within the CTD and 

are predicted to either truncate the protein or target the mRNA for degradation (Illustration 

8). The CTD of RBFOX2 is necessary for its nuclear localization and subsequent AS 

function because it mediates interaction with other RBPs and spliceosome components. In 

Illustration 8. Predicted effects of HLHS specific RBFOX2 mutations.  
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HLHS patients, RBFOX2 has a lower molecular weight, which indicates that it is a 

truncated form or a different isoform [152]. The nonsense RBFOX2 mutant forms 

cytoplasmic puncta and is unable to regulate AS of its targets [152]. Seventy percent of 

altered transcripts in HLHS patients have RBFOX2 binding sites, which suggests that 

RBFOX2 mutations contribute to aberrant gene expression and HLHS development [152]. 

Relevant to the disease, RBFOX2 mutations contribute to gene expression changes in 

HLHS to disrupt cell cycle and metabolism contributing to defective cardiomyocyte 

proliferation that may underlie the hypoplasia of the left heart [152].   

Interestingly, RBFOX2 mutations are also associated with another group of 

congenital heart defects, which are classified as conotruncal defects. Conotruncal defects 

can include Tetralogy of Fallot, double-outlet right ventricle, aortic arch abnormalities, 

membranous ventricular septal defects, and truncus arteriosus. These defects are associated 

with an RBFOX2 missense mutation [154]. Although all the HLHS-specific RBFOX2 

mutations are within the CTD, the conotruncal defect-specific mutation is specifically 

located within the RRM [153, 154]. 

 Further research is needed to identify how mutations in different domains of 

RBFOX2 contribute to different congenital heart defects. My preliminary findings on the 

functional consequences of RBFOX2 mutations in HLHS will be explained in Chapter 4. 

In summary, I found that the HLHS specific RBFOX2 mutants are unable to control 

splicing of their targets despite not displaying altered cellular localization. Further, these 

mutants have altered interactions with their binding partners such that the nonsense mutant 

gains interactions. Thus, HLHS specific mutants may alter RBFOX2 function in RNA 

metabolism and gene expression.  
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Co-regulation of splicing between RBFOX2, CELF1, and PTBP1 

Cell-specific regulation of splicing is determined by a combination of positive and 

negative antagonistic effects on splice site use by splicing activators and inhibitors [204]. 

Each alternative splicing event is under the control of multiple RBPs, and each cell type 

expresses different levels of RBPs. Among RBPs, the RBFOX2, CELF, and PTB families 

are implicated in coordinated alternative splicing transitions during heart development [63, 

71, 205]. RBFOX2, CELF1, and PTBP1 are expressed at high levels in the embryonic 

heart. RBFOX2 and CELF1 are reduced in relative expression in the adult heart while 

PTBP1’s expression is controversial. Notably, many of the same alternative splicing events 

that are co-regulated by these three RPB’s during heart development are also present in 

cardiovascular disease. 

Evidence suggest that PTBP1 and CELF1 can  regulate AS of some targets in a 

similar pattern [206] while they antagonistically regulate AS of other targets [207, 208]. 

PTBP1 and RBFOX2 have been shown to antagonistically control AS [206, 209]. 

Similarly, CELF1 and RBFOX2 have been shown to antagonistically regulate AS. 

Cardiac troponin T (cTNT) is a regulatory protein in the heart that controls calcium-

dependent actin and myosin interactions [210]. Importantly, cTNT has a developmentally 

regulated exon that is controlled by CELF and PTB proteins [204]. Due to the small size 

of this exon (30nt) and its noncanonical 5' splice site, it is weakly recognized [204]. Its 

alternative exon, exon 5, is included in the embryonic heart at a greater frequency and is 

included at lower levels in the adult heart [204, 211, 212]. CELF promotes inclusion of the 

alternative exon by binding to introns downstream of exon 5, while PTB promotes 
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exclusion by binding to silencing sites that are located both upstream and downstream of 

the intron. When the cTNT exon 5 is included, myofibrils are more sensitive to calcium 

[211]. As CELF1 usually promotes inclusion of this alternative exon it becomes less 

included in adult hearts when CELF1 is downregulated. Conversely, PTB levels may 

remain high into adulthood. Thus, enhancers of exon inclusion are downregulated in 

conjunction with the maintenance of repressors and contribute to the exclusion of cTNT in 

the adult heart. 

Fibroblast growth factor (FGF) signaling has a role in regulating proliferation and 

differentiation of cardiomyoblast in the myocardium during midgestation heart 

development. FGF9, FGF16, and FGF20 derived from the endocardium signal to the 

myocardium through fibroblast growth factor receptor 2c (FGFR2c) and FGFR1c [213]. 

FGFR2 has two mutually exclusive exons (IIIB and IIIC) in its CTD that affect its ligand 

binding characteristics [78]. These mutually exclusive exons are alternatively spliced in a 

tissue-specific pattern. Exon IIIb is predominantly found in epithelial cells, while exon IIIC 

is predominantly found in mesenchymal cells. AS of these mutually exclusive exons is 

regulated by RBFOX2 and PTBP1. PTBP1 has been shown to promote exon IIIc inclusion 

and represses exon IIIb inclusion by binding to upstream and downstream intronic 

silencing sequences [78]. RBFOX2 promotes exon IIIb inclusion and repression exon IIIc 

inclusion [103]. Therefore, RBFOX2 and PTBP1 antagonistically regulate FGFR2 

important for proliferation, differentiation, and EMT in the developing heart. 

CELF1 and RBFOX2 antagonistically regulate AS. Interestingly, CELF1 CLIP 

peaks were located near cassette exons regulated by RBFOX2 in myotubes. Further, 

RBFOX2 knockout mice and CELF1 heart-specific overexpression displayed co-
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regulation of 22-30% of AS events. The majority of these co-regulated alternative splicing 

events were similarly more or less included. Compared with other RBPs, the CELF family 

was found to coregulate the largest number of AS events with RBFOX2. Importantly for 

this work, RBFOX2 and CELF1 bind together on exons regulated during heart 

development and disease. Roughly seventeen percent of exons regulated during heart 

development are cobound by RBFOX2 and CELF1. Interestingly, CELF1 and RBFOX2 

coregulated 11.3% of dysregulated alternative splicing in the type 1 diabetic heart [214]. 

CELF1 and RBFOX2 are phosphorylated in the fetal heart and in differentiated cardiac 

cells increasing their protein expression [71].  

These three RBPs are also regulated similarly to each other. For example, CELF1, 

PTBP1, and RBFOX2 are all regulated by microRNAs such that knockout of Dicer in adult 

myocardium results in increased protein expression of these 3 proteins [157]. 

Summary 

 CELF1, PTBP1, and RBFOX2 regulate gene expression at the post-transcriptional 

level through AS. Increasing evidence suggests that CELF1, PTBP1, and RBFOX2 have 

important roles in heart development and disease. This dissertation will further elucidate 

how CELF1, PTBP1, and RBFOX2 are dysregulated in cardiovascular diseases, 

specifically diabetes and HLHS, and how changes in these RBPs contribute to dysregulated 

AS changes. 
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Introduction 

Type 1 diabetes results from autoimmune-mediated obliteration of pancreatic beta 

islet cells that produce insulin. Uncontrolled diabetes can lead to complications that impair 

quality of life and even result in death [215-217]. Cardiovascular complications are the 

major causes of mortality among diabetic patients [168, 170, 218]. In addition to 

hypertension and atherosclerosis, diabetic conditions adversely affect the cardiac muscle 

cells leading to heart failure [219-221] [170, 221]. Diabetic conditions dramatically affect 

gene expression and AS contributing to disease pathogenesis [222, 223], but there is limited 

information on AS regulators responsible for such changes [223, 224].  
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AS allows selective inclusion or exclusion of alternative exons, introns, or parts of 

exons and introns into the mature mRNA; thereby controlling gene expression and 

generating different protein isoforms [7-9]. Precise regulation of AS is critical for heart 

function and development [225, 226]. AS is controlled by RBPs that bind RNA and interact 

with the splicing machinery. Although RBPs have emerging roles in diabetes, only a few 

RBPs are associated with cardiac complications of diabetes [71, 121, 224]. 

We have previously shown that the RBPs RBFOX2 and CELF1 are altered in T1D 

hearts. We have demonstrated the consequences of RBFOX2-mediated changes in diabetes 

cardiac pathogenesis [71]. However, the role of CELF1 in T1D-induced AS changes still 

remains unknown. CELF1 regulates AS, mRNA translation and mRNA decay [64, 227, 

228]. Overexpression of CELF1 in mouse hearts leads to dilated cardiomyopathy and heart 

failure associated with defective AS patterns [146]. Therefore, in this study we 

comprehensively analyzed the cardiac transcriptome and tested whether CELF1 

contributes to AS changes in T1D hearts. Our results indicate that many putative CELF1 

targets with important functions in the heart, displayed altered AS patterns in T1D hearts. 

Importantly we show that CELF1 regulates AS of these transcripts that are differentially 

spliced in T1D hearts.  

 

RESULTS 

Widespread AS and gene expression changes in Type 1 diabetic mouse hearts 
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Figure 1. DAS and DEG analysis in T1D mouse hearts.  

A) DAS analyses were performed using the RNA-seq data from STZ:T1D and mock 

treated, non-diabetic (Control) mouse hearts. AS changes in STZ:T1D mice were 

grouped into seven different categories based on the type of AS event: cassette Exon 

Splicing (ES), Alternative 5' Splice Site (A5SS), Alternative 3' Splice Site (A3SS), 

Mutually Exclusive exon (ME), Intron Retention (IR), Alternative First Exon (AFE) 

and Alternative Last Exon (ALE). The pie chart depicts the distribution of different 

splicing types identified in T1D hearts based on the criteria that |ΔΨ| > 0.05 and 𝑞 <
0.05. The total DAS events was 3768. B) Heat map of alternative exons that are either 

included or excluded in T1D vs control mouse hearts based on percent spliced in (PSI) 

values. Yellow represents high PSI values and blue indicates low PSI values. C) Venn 

diagram comparison of DAS and DEG in STZ:T1D and control mouse hearts. 3362 

DAS genes (some have multiple AS events) were compared to 5156 genes with a change 

in mRNA levels (>2-fold increase or decrease, and 𝑞 < 0.05). D) The KEGG categories 

for DAS or DEG changes in T1D were identified using Enrichr 

(http://amp.pharm.mssm.edu/Enrichr). Significance is represented on the charts. 

 

http://amp.pharm.mssm.edu/Enrichr
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We have previously identified cassette exon splicing changes in T1D hearts [223]. 

In the current study, we extended our analyses and determined differentially expressed 

genes (DEG) as well as all forms of differential alternative splicing (DAS) in the T1D heart 

using our RNA-Seq data obtained from STZ:T1D mouse hearts (GSE80664) [121]. We 

identified seven major types of AS events including cassette exon splicing (ES), alternative 

5' splice site (A5SS), alternative 3' splice site (A3SS), alternative first exon (AFE), 

alternative last exon (ALE), mutually exclusive exons (ME) and intron retention (IR) in 

diabetic hearts. We determined percent spliced in (PSI, Ψ) and found a total of 3768 

statistically significant AS events altered in T1D hearts (Fig. 1A) with the criteria that 

percent spliced in |ΔΨ| > 0.05 and 𝑞 < 0.05. We calculated the q-values from the p-

values in the likelihood ratio test by the Benjamini-Hochberg procedure. All major types 

of AS patterns were affected in T1D hearts, with the most common being the cassette exon 

splicing (1341/3768: 35.6% ES) (Fig. 1A). Of 1341 cassette exon splicing events detected 

in diabetic hearts, 910 were exon exclusion and 431 were exon inclusion events (Fig. 1B).  

We identified 5156 differentially expressed genes in T1D hearts (>2-fold change 

and 𝑞 < 0.05). Next, we checked whether mis-spliced genes display mRNA levels 

changes. Only 21.8% of mis-spliced transcripts (821 out of 3768) exhibited changes in 

mRNA levels (Fig. 1C). The majority of the mis-spliced transcripts that exhibited mRNA 

levels changes were cassette exon skipping events. KEGG pathway analysis of DAS genes 

identified Rap1 signaling, pathways in cancer, and MAPK signaling (DAS, Fig. 1D) while 

analysis of DEG in T1D hearts identified ribosomes, selenocompound metabolism, and 

focal adhesion processes to be affected in T1 hearts (DEG, Fig. 1D). 

Since the majority of cassette exon splicing leads to removal of the protein coding 
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regions affecting the protein output in T1D hearts, we focused on the top AS changes that 

favor exon exclusion. We validated three top changing exon exclusion events (Ablim3 exon 

18, Per1 exon 16, and Gpr116 exon 12)  that were not identified in our original AS analysis 

and displayed mRNA level changes [121]. As expected, these pre-mRNAs displayed 

enhanced exon exclusion in independent STZ:T1D mice when compared to controls based 

on the number of reads mapped to these exons (Fig. 2A) and by qRT-PCR (Fig. 2B). AS 

of these three genes were also affected in a different T1D mouse model known as NOD 

mice, favoring alternative exon exclusion (Fig. 2C). In sum, our DAS analysis successfully 

identified new AS events that were validated using two different T1D mouse models.   
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Figure 2. Validation of newly identified DAS events in two different T1D mouse 

models. 

Representative genome browser images of AS of Ablim3 exon 18, Per1 exon 16, and 

Gpr116 exon 12 in mock treated, non-diabetic (Control) or STZ:T1D mice left ventricles 

based on RNA-Seq reads. % inclusion of Ablim3 exon 18, Per1 exon 16, and Gpr116 

exon 12 was determined by qRT-PCR in B) Control or STZ:T1D (n≥3) and C) in non-

diabetic (Control) or NOD:T1D mice left ventricles (n≥3). In AS gel figures +E# = Exon 

# inclusion and -E# = Exon # exclusion. Data represent means ± SD. P-values are 

represented as **** < 0.0001, *** < 0.001, * < 0.05. 
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Transcripts that display CELF1 binding sites undergo AS changes in Type 1 

diabetic hearts 

Since CELF1 protein is elevated in T1D hearts [71], we tested if CELF1 contributes 

to AS changes in T1D hearts. In vivo targets of many RBPs have been identified by several 

methods including CLIP-seq [229]. Thus, we used the CELF1 CLIP-seq dataset obtained 

from mouse hearts [64] to determine CELF1 binding sites within 250nt of the upstream 

and downstream intronic sequences and 50nt of the 5' and 3' ends of the alternative exons, 

mis-spliced in T1D hearts. Out of 1318 differential cassette exon (ES) events (with one 

variable exon/event), 138 transcripts with aberrant AS patterns in T1D hearts displayed 

CELF1 binding sites (Fig. 3A). Importantly, 72% of CELF1 targets displayed aberrant 

exon exclusion in T1D hearts (Fig. 3B), impacting the protein coding region of these genes. 

KEGG pathway analysis of CELF1 targets identified the cGMP-PKG signaling pathway, 

aldosterone synthesis and vascular smooth muscle contraction as top categories (Fig. 3C). 

We first validated the AS pattern of putative CELF1 target histone deacetylase 7 (HDAC7) 

identified by our CELF1 CLIP-seq vs RNA-seq comparison. HDAC7 pre-mRNA has 

CELF1 binding sites indicated by the mapped CELF1 CLIP-seq reads (Fig. 3D, black 

rectangle). HDAC7 controls transcription by affecting chromatin remodeling and myocyte 

enhancer factor proteins [230] and is implicated in vascular integrity [231]. In T1D hearts, 

Hdac7 exon 8 was more excluded (Fig. 3E). This AS change is expected to remove an exon 

within the histone deacetylase domain affecting its function. To validate whether CELF1 

regulates HDAC7 AS, we depleted CELF1 in heart-derived H9c2 cells and examined 

endogenous HDAC7 AS. CELF1 knockdown induced almost complete exclusion of 

HDAC7 exon 8, suggesting that CELF1 regulates this exon. These results validate our 
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CLIP-seq and RNA-seq comparison and show that CELF1 target RNAs undergo AS 

changes in T1D hearts.  
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Figure 3. CELF1 binding sites are present within transcripts mis-spliced in T1D 

hearts.  

A) Number of transcripts differentially spliced in T1D mouse hearts that display CELF1 

binding sites. CELF1 binding sites were identified by extracting data from CELF1 

CLIP-Seq and overlapping these binding sites within transcripts (1318) mis-spliced in 

T1D hearts. To evaluate the significance of events that are positively or negatively 

regulated in both datasets, Fisher’s exact test was used to examine the enrichment. The 

Pearson correlation coefficient for regulated AS changes was calculated as 0.74, higher 

than the correlation coefficient of non-regulated events. B) Distribution of cassette exon 

inclusion versus exclusion in CELF1 target transcripts differentially spliced in diabetes. 

C) The KEGG pathway categories for CELF1-regulated AS events in T1D hearts using 

Enrichr. D) Representative genome browser images of putative CELF1 target Hdac7 

exon 8 in Control vs STZ:T1D mice left ventricles. CELF1 binding sites derived from 

CLIP-Seq data were represented below the genome browser image as a black rectangle. 

E) AS of Hdac7 exon 8 in Control (n=3) vs STZ:T1D mice left ventricles (n=2). F) AS 

analysis of endogenous Hdac7 exon 8 in H9c2 cell transfected with scrambled (Control) 

or CELF1-specific siRNA pools (n=3). Data represent means ± SD. P-values are 

represented as **** < 0.0001, *** < 0.001.  
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CELF1 binding is important for regulation of AS targets mis-spliced in T1D hearts 

Since putative CELF1 targets affected in T1D mouse hearts are within the cGMP 

signaling pathway (Fig. 3C) relevant to cardiac complications of diabetes, we investigated 

AS of transmembrane protein 184b (Tmem184b). The family member of TMEM184B, 

TMEM184A, was identified as a regulator of cGMP-PKG and MAPK signaling pathways 

[232] (Fig. 1D). Deletion of TMEM184B in mice leads to cardiovascular defects that 

include abnormal heart morphology and enlarged hearts 

(http://www.mousephenotype.org/data/genes/MGI:2445179). Notably, Tmem184b pre-

mRNA has CELF1 binding sites and has altered AS pattern in T1D hearts according to our 

DAS analysis. In two different T1D mouse models, Tmem184b exon 9 was more skipped 

(Fig. 4A, right and left panels). To determine the regulation by CELF1, we depleted or 

ectopically expressed CELF1 in H9c2 cells. CELF1 depletion but not overexpression of 

CELF1 resulted in increased inclusion of Tmem184b exon 9, suggesting that CELF1 is a 

repressor of this exon (Fig. 4B-C). This may indicate that CELF1 levels are already high 

in these cells resulting in a maximum level of inclusion that can’t be altered by additional 

CELF1 expression. Proper nuclear localization of GFP-CELF1 was confirmed by GFP-

fluorescence (Supp. Fig. 1). 

To further investigate CELF-mediated regulation, we generated a splicing minigene 

reporter by inserting intron9-exon9-intron10 of Tmem184b in between the open reading 

frame of GFP [233]. We also constructed a mutant Tmem184b splicing minigene that 

removed one of the CELF1 CLIP-seq peaks that represents a CELF1 binding cluster. The 

removal of only one CELF1 binding peak led to more inclusion of exon 9 in 

http://www.mousephenotype.org/data/genes/MGI:2445179)
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Figure 4: CELF1 contributes to diabetes-

induced AS changes.  

AS analysis of Tmem184b exon 9 A) in 

Control vs STZ:T1D (left graph) or 

Control vs NOD:T1D mice left ventricles 

(right graph) (n≥3), B) in H9c2 cell 

transfected with scrambled (Control) or 

CELF-specific siRNA pools (n=3), C) in 

H9c2 cells transfected with GFP (Control) 

or CELF1GFP (n=3), and D) in H9c2 cells 

transfected with wild-type or CELF1 

binding site mutant Tmem184b splicing 

minigene reporter (n=4, two independent 

experiments). Data represent means ± SD. 

P-values are represented as *** < 0.001, 

** < 0.01, * < 0.05.  
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comparison to WT Tmem184b (Fig. 4D). Knockdown of CELF1 (Fig. 4B) or removal of 

CELF1 binding site within Tmem184b pre-mRNA (Fig. 4D) led to increased exon inclusion 

indicating that CELF1 is a repressor of this exon. These results show that CELF1 binding 

site is important for repression of Tmem184b exon 9 inclusion and that CELF1 contributes 

to the aberrant AS of Tmem184b in T1D hearts. 

Conclusion 

In this study, we comprehensively analyzed transcriptome changes in STZ:T1D 

mouse hearts and found extensive DAS and DEG changes. We identified different types of 

AS events that are altered in diabetic hearts: 36% cassette exon splicing, ~15% intron 

retention, ~16% first exon splicing, and ~17% alternative last exon splicing (Fig. 1A). 

Although the majority of AS changes in diabetic hearts were independent of changes in 

mRNA levels (Fig. 1C), 821 transcripts exhibited changes in both AS and mRNA levels 

(Fig. 1). Of the 1341 cassette exon changes, exon exclusion events (910) that remove 

protein-coding regions are favored in T1D hearts. Importantly, we validated these AS 

changes in two different T1D mouse models.  

 Previously, we have shown that RBFOX2 is a major contributor to AS 

dysregulation and cardiomyocyte dysfunction in the heart [121]. In this study, our goal was 

to determine whether other RBPs play a role in AS changes in T1D hearts. Our previous 

data indicate that CELF1 protein is increased in diabetic hearts [71]. In this study, we 

identified 138 CELF1 targets mis-spliced in T1D hearts and showed that CELF1 regulates 

AS of targets with binding sites (Figs. 3 and 4). Importantly, the majority of CELF1 target 

genes with roles in muscle contraction and PKG signaling display exon exclusion, which 

likely impacts protein function (Fig. 3B). Importantly, transgenic mice conditionally 
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overexpressing CELF1 in cardiomyocytes develop dilated cardiomyopathy and heart 

failure associated with aberrant AS patterns. Therefore, we hypothesize that upregulation 

of CELF1 in the diabetic hearts could contribute to cardiomyopathy by affecting AS of 

critical genes.  

Although CELF1 is upregulated in T1D hearts, our AS analysis of the CELF1 target 

Hdac7 indicate that diabetes-induced AS changes are consistent with CELF1 depletion or 

low CELF1 splicing activity rather than CELF1 overexpression. RBFOX2 splicing activity 

is reduced in diabetic hearts despite an increase in its protein levels [71, 121]. It is possible 

that an inactive isoform of CELF1 is also increased in T1D hearts or CELF1-regulated 

alternative exons are also controlled by a complex network of RBPs affected in T1D hearts. 

CELF1 and RBFOX2 oppositely regulate AS [64, 206, 234] and CELF1 and RBFOX2 

have overlapping targets mis-spliced in diabetes [234]. Thus, we propose a model that 

changes in RBFOX2 and CELF1 jointly contribute to genome wide AS changes in the T1D 

hearts.  
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upregulated in Type 1 diabetic hearts 
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Introduction 

T1D is an autoimmune disease characterized by hyperglycemia due to very little or 

no insulin production by the pancreas [192]. T1D patients can develop cardiovascular 

complications that can lead to heart failure [235-237]. Aberrant AS regulation has been 

implicated in cardiovascular complications of diabetes, however the molecular 

mechanisms responsible for AS changes in T1D hearts are not well defined. RBPs regulate 

AS via binding to specific motifs in the intronic and exonic regions of pre-mRNAs and 

interacting with the splicing machinery. Recent studies indicate that RBPs have emerging 

roles in systemic complications of diabetes [224]. 

PTBP1 belongs to a family of RBPs including PTBP1, PTBP2 (also known as 

neuronal PTB) and PTBP3 (ROD1) that bind to polypyrimidine tract sequences in the 

RNA. They have well-established roles as repressors of exon inclusion [74-78, 99, 238, 

239], though there is evidence that PTBP can activate exon inclusion of certain pre-mRNAs 



59 

[83, 240]. PTBP1 is regulated during heart development and implicated in coordinated AS 

transitions during heart development [63, 171, 172]. It is widely unknown if it is modulated 

in T1D hearts. 

In this study, we found that PTBP1 is differentially spliced in adult T1D hearts 

increasing the expression of a PTBP1 isoform predominantly expressed in newborn mouse 

hearts. We identified a group of PTBP1 targets aberrantly spliced in T1D mouse hearts. 

We found that inducible expression of diabetes-induced PTBP1 spliced variant with less 

repressive function changes AS patterns similar to that in diabetic hearts. PTBP1 and 

RBFOX2 antagonistically regulate AS of some of their targets. 

Results 

PTBP1 is differentially spliced in Type 1 diabetic mouse hearts 

We have previously identified genome wide AS changes in STZ induced T1D 

(STZT1D) mouse hearts [71, 121]. To determine the mechanism responsible for T1D 

induced AS dysregulation, we examined T1D heart AS data and identified a splicing 

change in PTBP1 where exon 8 (exon 9 in human) is more skipped in T1D mouse hearts 

indicated by lower number of reads mapped to this exon (Fig. 5A). This PTBP1 isoform 

lacking exon 8 is reported to have low splicing repressor function [99, 241, 242]. qRT-

PCR analysis showed increased exon 8 skipping of PTBP1 in two different T1D mouse 

models: STZ and non-obese diabetic (NOD) when compared to non-diabetic controls (Fig. 

5B and 5C).  
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Figure 5. Regulation of PTBP1 splice variant expression in the heart under diabetic 

conditions and during development. 

A) Representative genome browser images of PTBP1 exon 8 exclusion in diabetic 

mouse hearts in comparison to the control mouse hearts. qRT-PCR analysis of PTBP1 

exon 8 inclusion in B) control or streptozotocin induced diabetic (STZ:T1D), C) in 

control or non-obese diabetic (NOD:T1D) mouse hearts. qRT-PCR analysis of PTBP1 

exon 8 inclusion D) during mouse heart development at different stages: embryonic day 

18 (E18), newborn (NB), or adult (n≥3) and E) in H9c2 cells depleted of RBFOX2 or 

CELF1. (n≥3). Data represent means ± SD. Statistical significance was calculated using 

Student’s t-test for two groups and one-way ANOVA to compare three different groups. 

P-values are represented as **** < 0.0001, *** < 0.001 and ** < 0.01. 
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Regulation of diabetes-induced and developmentally regulated PTBP1 spliced 

variant in the heart 

The expression of this PTBP1 spliced variant has been shown to regulate AS of 

brain specific genes during neuronal development [99]. For that reason, we tested whether 

PTBP1 exon 8 splicing is regulated during mouse heart development. We found that 

PTBP1 exon 8 is more skipped in WT newborn hearts in comparison to WT adult and 

embryonic hearts (Fig. 5D). To determine how PTBP1 splicing is modulated in T1D mouse 

hearts and during mouse heart development, we tested whether CELF1 and RBFOX2 are 

involved. We have previously shown that both CELF1 and RBFOX2 protein levels are 

modulated in the diabetic heart [71, 121, 144]. These proteins are involved in 

developmental regulation of AS in the heart [63, 157, 243]. Therefore, we reasoned that 

changes in PTBP1 AS might be due to alterations in CELF1 and RBFOX2. We depleted 

CELF1 or RBFOX2 then tested PTBP1 exon 8 AS. We found that depletion of these 

proteins leads to more exon 8 skipping (Fig. 5E) similar to the AS pattern in diabetic mouse 

hearts (Fig. 5B and 5C). We expect that a double knockout of CELF1 and RBFOX2 would 

lead to an additive effect on exon 8 skipping.  This result is consistent with low CELF1 

and RBFOX2 AS function in the diabetic heart [71, 121]. 

PTBP1 targets undergo AS changes in diabetic hearts 

Since PTBP1 is modulated in diabetic hearts, we wanted to determine the 

contribution of PTBP1 to genome wide AS changes in the diabetic heart. For that reason, 

we overlaid our Type 1 diabetic heart RNA-Seq data [71, 144] with the available PTBP1 

CLIP-Seq datasets obtained from mouse embryonic stem cells [244]. We examined PTBP1 

binding sites within 250nt of the upstream and downstream intronic sequences and 50nt of 
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the 5' and 3' ends of the alternative exons, which are typically the regions for AS regulation. 

Out of 1318 differential cassette exon events [144], 58 exhibited PTBP1 binding sites (Fig. 

6A). Our result is consistent with results from Blencowe lab, which identified 58 cassette 

exons regulated by this PTBP1 spliced variant in chicken DT40 B stable cells [99]. When 

we examined transcripts with PTBP1 binding sites, PTBP1 regulated alternative exons 

were equally excluded and included in diabetic hearts (Fig. 6B) whereas the 1318 

differential cassette exons were more excluded.  
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Figure 6. PTBP1 binding sites are present within transcripts that are mis-spliced in 

Type 1 diabetic mouse hearts. 

A) Number of transcripts differentially spliced in Type 1 diabetic mouse hearts that 

display PTBP1 binding sites. PTB binding sites were identified by extracting data from 

previously published CLIP-Seq data and overlapping these binding sites within 

transcripts (1318) mis-spliced in diabetic hearts. 58 of these transcripts exhibit PTBP1 

binding sites. B) Distribution of cassette exon inclusion or exclusion of PTBP1 targets 

in diabetic hearts. C) Representative genome browser images of a known PTBP1 target 

Tpm2 exon 6b (E6B) in control vs STZ:T1D mice hearts. D) The KEGG pathway 

categories for PTBP1-regulated AS events in diabetic hearts using Enrichr. 
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To better comprehend how this spliced variant of PTBP1 impacts AS outcomes, we 

examined AS of the well-known and extensively studied target of PTBP1 (Tpm2 exon 6b) 

in diabetic hearts. PTBP1 is a repressor of Tpm2 exon 6b inclusion [245], but we find that 

this exon was more included in diabetic hearts based on RNA-seq reads (Fig. 6C). This is 

consistent with expression of a PTBP1 spliced variant with low repressor activity. To 

determine the consequences of PTBP1-mediated AS changes in diabetic mouse hearts, we 

performed the KEGG pathway analysis of PTBP1 targets using Enrichr 

(http://amp.pharm.mssm.edu/Enrichr). Top categories for PTBP1-regulated genes (total: 

58) are RNA transport, MAPK signaling and endocytosis (Fig. 6D).  

Diabetes-induced PTBP1 spliced variant regulates AS of transcripts differentially 

spliced in diabetic hearts 

We identified CLIP1 gene as a target of PTBP1 differentially spliced in the diabetic heart. 

The genome browser image shows that CLIP1 exon 9 is more included in STZ:T1D mouse 

hearts (Fig. 7A). To determine how diabetes-induced PTBP1 spliced variant regulates AS 

of CLIP1, we generated inducible human 293 cells stably expressing WT PTBP1 that 

includes exon 9 (exon 8 in mouse): PTBP1ex9 and that excludes exon 9: PTBP1Δex9. We 

treated these cells with PTBP1/2 siRNA to remove the endogenous PTBP activity, and then 

induced expression of empty vector or PTBP1 (+ex9, Δex9) using doxycycline. We 

examined AS patterns of CLIP1 and Med23 (a known PTBP1 target used as a positive 

control). Depletion of PTBP1/2 led to increased inclusion of alternative exons of CLIP1 

and MED23, indicating that PTBP1 is a repressor of these exons (Fig. 7B). Cells stably 

expressing WT PTBP1+ex9 displayed lower inclusion of MED23 and CLIP1 alternative 

exons consistent with its role as a repressor (Fig. 7B, dark gray bars), whereas expression 
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of PTBP1Δex9 spliced variant caused more inclusion and thus could not rescue the effect 

of PTBP1 knockdown (Fig. 7B, black bars vs dark gray bars). We validated the inclusion 

of PTBP1 exon 9 (Fig. 7C) and the efficiency of knockdown of endogenous PTBP1 by WB 

(Fig. 7D). These results suggest that a spliced variant of PTBP1 with less repressive 

function is generated in diabetic hearts and contributes to AS of its targets. 
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and expression of PTBP1+ex9 or PTBP Δex9 were verified by qRT-PCR (Fig. 3C) and  
Figure 7. PTBP1 splice variant regulates AS of transcripts differentially spliced in 

diabetic hearts. 

A) Representative genome browser images of PTBP1 target Clip1 exon 9 in control vs 

STZ:T1D mice hearts. AS analysis of B) Clip1, Med23 and C) PTBP1 in 293 cells 

depleted of PTBP1/2 and stably expressing inducible WT (PTBP1+ex9) and diabetes-

induced spliced variant (PTBP1Δex9) using qRT-PCR. D) Validation of endogenous 

PTBP1 depletion and ectopic expression of PTBP1+ex9 and PTBP1Δex9 by Western 

blot (WB) using an antibody against PTBP1. Total protein staining was used to confirm 

even protein loading. Data represent means ± SD. Statistical significance was calculated 

using one-way ANOVA to compare four different groups. P-values are represented as 

*** < 0.001, ** < 0.01, * < 0.05. 
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PTBP1 regulates AS in diabetic hearts antagonistically to RBFOX2 

So far, our published results and results shown here indicate that 3 RBPs CELF1 

[71] RBFOX2, and PTBP1 are altered in the diabetic heart [121] (Fig. 5). Thus, to 

determine how changes in these 3 RBPs affect AS decisions in the diabetic heart, we 

focused on AS of Tmem184b gene as Tmem184b pre-mRNA exhibits binding sites for all 

three RNA binding proteins: PTBP1, CELF1 and RBFOX2 ([121] and Fig. 8A). We have 

shown that CELF1 regulates AS of this exon, which is excluded in T1D hearts [144]. Thus, 

here we tested the roles of PTBP1 and RBFOX2 in AS of Tmem184b. Knockdowns of 

PTBP1/2 resulted in inclusion of Tmem184b exon 9 suggesting that PTBP is a repressor of 

this alternative exon (Fig. 8B). On the other hand, RBFOX2 overexpression increased exon 

inclusion, but its knockdown led to exon exclusion, suggesting that RBFOX2 is an activator 

of this alternative exon (Fig. 8B). In sum, PTBP1 and RBFOX2 antagonistically regulate 

AS of Tmem184b.  
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Figure 8. PTBP1 regulates alternative splicing of Tmem184b antagonistically to 

RBFOX2 in the diabetic heart. 

A) Diagram of PTBP1 (green boxes), CELF1 (blue box), and RBFOX2 binding sites 

(red box) within the Tmem184b pre-mRNA derived from CLIP-seq data and PTBP1 

motif analysis. B) AS analysis of endogenous Tmem184b exon 9 in H9c2 cells 

transfected with scrambled (Control) or RBP specific siRNA pools (PTBP1/PTBP2siPool 

or RBFOX2siPool) (n=3) and transfected with GFP (Control), PTBP1GFP or RBFOX2GFP 

(n=3). Data represent means ± SD. Statistical significance was calculated using one-way 

ANOVA to compare three different groups. P-values are represented as *** < 0.001, ** 

< 0.01 
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Conclusion 

 We have previously shown that RBFOX2 and CELF1 are contributors to AS 

dysregulation in the diabetic heart [121]. In this study, our goal was to determine whether 

other RBPs play a role in AS changes in the diabetic heart. Indeed, both computational and 

molecular analyses identified a splicing change in PTBP1 in diabetic hearts. PTBP proteins 

are splicing repressors with well-defined roles in cancer, neuronal and heart development, 

and pluripotency of embryonic stem cells [211, 244, 246-249]. Developmentally regulated 

AS events in the heart are enriched for adjacent PTBP1 binding sites [226]. However, 

PTBP1’s role in AS regulation in diseased hearts is not clear. Here, we provide evidence 

that PTBP1 contributes to AS changes in the diabetic heart (Fig. 6). Here, we show for the 

first time that a group of PTBP1 targets are affected in diabetic hearts.  

Importantly, we found that PTBP1 undergoes a splicing change in diabetic hearts 

that generates a spliced variant with less repressive splicing function. Consistent with this 

finding, a well-known Tpm2 alternative exon repressed by PTBP1 was more included in 

diabetic hearts (Fig. 6). Diabetes-induced PTBP1 spliced isoform lacking exon 8 in mouse 

(exon 9 in human) has been shown to display less repressive splicing function [99, 241, 

242] and activation of a group of brain-specific AS networks during neurogenesis [99]. We 

showed that diabetes-induced spliced variant of PTBP1 displays less repressive function 

(Fig. 7). In addition, this PTBP1 spliced variant was more favored in the newborn mouse 

heart (Fig. 5D). Newborn heart undergoes hypertrophic growth during post-natal heart 

development that increases as an adaptation to stress in adult hearts, but overtime 

hypertrophy can lead to heart dysfunction [250]. Cardiac hypertrophy is associated with 

adverse outcomes in diabetic patients [251]. Since we found the PTBP1 spliced variant is 
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aberrantly expressed in adult diabetic hearts, it is possible that expression of this PTBP1 

variant might contribute to cardiac hypertrophy by activating newborn-like AS patterns. In 

support of this, PTBP1 targets that are mis-spliced in diabetic hearts are within the MAPK 

signaling pathway, which has a major role in cardiac hypertrophy.  

Our results indicate that PTBP1, CELF1, and RBFOX2 are all altered in diabetic 

hearts [71, 121]. PTBP1 is a well-known repressor of exon inclusion [74-78, 99, 238, 239], 

but it has been shown to also activate exon inclusion [83, 240]. PTBP1 has been shown to 

repress differentiated muscle-specific alternative exons [73, 76, 204, 206, 207, 211, 252]. 

PTBP1 and CELF1 similarly regulate AS of some targets [206], but they also 

antagonistically regulate AS [207, 208]. PTBP1 and RBFOX2 antagonistically control AS 

[206, 209]. CELF1 and RBFOX2 oppositely regulate AS [64, 206, 234]. Using the 

Tmem184b exon 9 AS as a model, we found that both CELF1 [144] and PTBP1 are 

repressors and RBFOX2 is an activator of Tmem184b exon 9 inclusion. Thus, we propose 

the model that modulation of RBFOX2, CELF1, and PTBP1 jointly contribute to genome 

wide AS changes in the diabetic heart. 
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Chapter 4: RBFOX2 mutations contribute to dysregulated alternative 

splicing in hypoplastic left heart syndrome 

Introduction 

HLHS is a congenital heart defect (CHD) that encompasses a range of 

malformations due to underdevelopment of the left side of the heart and aorta [195]. It is 

often a fatal defect that affects 2.6 out of 10,000 births in the USA and accounts for ~25% 

of deaths among infants with CHDs [197, 198]. In HLHS patients, the left ventricle, aortic 

and mitral valves, and the ascending aorta are not fully formed, resulting in severely 

compromised systemic circulation [195]. Without surgical intervention, HLHS is 

exceedingly fatal in the first few days of life. The two widely accepted hypotheses for 

HLHS etiology are 1) dysregulation of signaling pathways and gene regulatory networks 

important for normal heart development [253-255] and 2) aberrant changes in blood flow 

during cardiogenesis [256-259]. Currently, the only treatments available are either cardiac 

transplantation or staged functional single ventricular palliation where the right ventricle 

(RV) pumps blood to the rest of the body and lungs [260, 261]. In HLHS patients who 

undergo staged reconstruction, the burden on the RV overtime can cause lifelong cardiac 

complications including arrhythmias and pathological hypertrophy leading to heart failure 

[260, 262, 263]. The mechanisms underlying left heart hypoplasia during embryogenesis 

and RV complications in the postnatal period are unknown. Thus, there is an urgent need 

to elucidate these mechanisms. 

Dysregulation of AS and mRNA levels has been identified in HLHS patient hearts 

[264], but the molecular mechanisms responsible for these changes are unknown. AS 

regulator RBFOX2 is significantly associated with the HLHS phenotype [203]. In one of 



72 

the largest CHD patient genetic studies (1,213 parent offspring trios), exome sequencing 

identified multiple damaging de novo mutations that accounted for 20% of patients with 

CHD associated with other coexisting diseases and 2% of patients with isolated CHD. 

These damaging do novo mutations occurred in 4,420 genes that are highly expressed in 

the heart. De novo mutations in 392 of these genes are expected to contribute to CHD. 

Twenty-one of these genes had multiple damaging de novo mutations. Among these, three 

damaging de novo RBFOX2 mutations (nonsense, frameshift, and splice site) were 

identified in HLHS patients among other CHDs (Illustration 8) [153]. Additionally, another 

study identified a CHD proband with a RBFOX2 de novo copy number loss also associated 

with HLHS [265]. It is unknown how these individual mutations impair RBFOX2 function 

in RNA metabolism and lead to HLHS. Based on the type and location of the mutation, it 

is predicted that the nonsense and frameshift mutation lead to truncation of the protein. 

Previous work from our lab has determined that RBFOX2 is a major contributor to 

transcriptome changes identified in HLHS patients [152]. Sixty-nine percent of 1348 

differentially expressed transcripts in HLHS patient RVs are in vivo targets of RBFOX2 

identified by crosslinking-immunoprecipitation followed by high throughput RNA 

sequencing (CLIP-seq) [152]. Compared to this, only about 7% of genes in human 

embryonic stem cells are in vivo targets of RBFOX2 [110]. Notably, gene ontology (GO) 

analysis revealed that several of the RBFOX2 targets are structural/cytoskeletal genes, 

cardiac transcription factors, cell cycle regulators, and RBPs that are important for 

cardiogenesis [152].  

Of 1348 differentially expressed transcripts in HLHS, 934 exhibited RBFOX2-

CLIP clusters in intronic and exonic sequences consistent with its role as an AS regulator. 
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We have previously shown that the RBFOX2 nonsense mutant forms cytoplasmic puncta 

and is unable to regulate AS of one of its targets consistent with aberrant AS patterns 

identified in HLHS patients. Additionally, we found that RBFOX2 displayed a lower 

molecular weight in HLHS patient right ventricles indicating that it may in fact be truncated 

in patients consistent with the frameshift and nonsense mutant predictions [152]. However, 

further analysis is needed to elucidate the role of the HLHS specific RBFOX2 mutants in 

dysregulated AS. 

In this study, I generated stable cells expressing HLHS specific RBFOX2 mutants 

by introducing cDNA encoding these mutants. I found that the HLHS-specific RBFOX2 

mutants are expressed similarly to each other in both the nucleus and cytoplasm. I 

demonstrate that the nonsense and frameshift RBFOX2 mutants are unable to control 

splicing of their target genes. Further, my preliminary data suggest that the nonsense 

mutant might interact with a subset of proteins that wildtype RBFOX2 does not interact 

with.  

Results 

Successful generation of inducible stable cells expressing HLHS specific RBFOX2 

mutants  

To characterize the functional effects of the HLHS specific RBFOX2 mutants, we 

generated tetracycline (doxycycline) inducible human 293 stable cells expressing flag-

tagged wildtype, nonsense, and frameshift RBFOX2 along with an additional RBFOX2 

RRM mutant. The RBFOX2 RRM mutant is unable to bind RNA and was used as a 

negative control, while WT RBFOX2 was used as a positive control. I also created an 

empty vector stable cell line to use as an additional negative control. RBFOX2 was cloned 

into the pcDNA5/FRT/TO plasmid and co-transfected with pOG44 recombinase into the 
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Flp-in T-REx 293 host cell line. Cells stably expressing the constructs were selected in 

100μg/mL hygromycin as previously described [99]. The Flp-in T-Rex 293 cell line system 

allows for integration of the constructs into the same locus in every cell. This allows us to 

not have to select individual clones and eliminates the need to use more than one clonal 

cell line. After 24-hours of doxycycline (1μg/mL) induction, western blot analysis with 

anti-Flag and anti-RBFOX2 antibodies revealed successful induction of RBFOX2 WT and 

mutants. Importantly, the nonsense and frameshift RBFOX2 mutants were truncated and 

displayed lower molecular weight as expected (Figure 9). We noticed that the nonsense 

mutant was expressed at lower levels in these stable lines. However, the nonsense mutant 

expression level is still well above endogenous RBFOX2 levels, which are barley 

detectable by western blot in our model system.  

We next verified that the expression of RBFOX2 in these stable cells was tightly 

regulated by tetracycline. The expression of RBFOX2 was only present when induced by 

tetracycline (1μg/mL) or doxycycline (1μg/mL). Wildtype, RRM, nonsense, and frameshift 

RBFOX2 were not detectable in un-induced cells indicating that expression of RBFOX2 

was not leaky (Figure 10). 
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Figure 9. Molecular weight of RBFOX2 mutants is altered. 

Validation of RBFOX2 molecular weight by Western blot using 

an antibody against Flag and RBFOX2. Total protein staining 

was used to confirm even protein loading. 
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Figure 10. Validation of inducible flag-RBFOX2 expression. 

Validation of inducible RBFOX2 expression by Western blot using 

an antibody against Flag. Total protein staining was used to confirm 

even protein loading. 
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RBFOX2 mutants are found in both the nucleus and cytoplasm 

Previously published data from our lab suggest that the subcellular distribution of 

RBFOX2 is altered in HLHS patients [152]. Additionally, ectopic expression of a GFP-

tagged RBFOX2 nonsense mutant revealed aberrant localization to punctate bodies in the 

cytoplasm (in contrast, wildtype RBFOX2 is mostly nuclear). Thus, we performed a 

nuclear-cytoplasmic fractionation to look at the localization of RBFOX2 in the 293 stable 

cells. Western blot of protein lysates from cytoplasmic and nuclear fractions using 

antibodies against alpha-tubulin as a cytoplasmic marker and Histone H3 as a nuclear 

marker revealed no cross-contamination in the nuclear and cytoplasmic extracts. Western 

blot analysis of the RBFOX2 mutants with anti-flag antibody revealed that wildtype, 

nonsense, frameshift, and RRM RBFOX2 are expressed in both the nucleus and cytoplasm. 

It appears that RBFOX2 frameshift mutant is localized slightly more to the nuclear fraction 

and for unknown reasons manifests as a doublet on the immunoblot (Figure 11). However, 

these data are derived only from one replicate and will need further replicates to confirm 

this finding.  
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Figure 11. RBFOX2 mutants are found in both the cytoplasm and nucleus. 

Western blot analysis of nuclear-cytoplasmic fractionation of RBFOX2 mutant stable 

cells using an antibody against flag. E= empty vector, WT= wildtype, NS= nonsense, 

FS= frameshift, RRM- RNA recognition motif mutant. 
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RBFOX2 mutants are unable to control splicing of target genes 

Previous work from our lab has identified that a large group of transcripts altered 

in HLHS patient hearts have RBFOX2 binding sites. Unpublished work from our lab has 

identified new targets of RBFOX2 that undergo significant splicing changes in RBFOX2 

knockout embryos. The CTD of RBFOX2 has binding sites for splicing regulators and is 

important for splicing. Importantly, the HLHS specific nonsense and frameshift mutants 

are predicted to truncate the protein at the CTD. Therefore, we investigated how the HLHS 

specific RBFOX2 mutants affected AS of RBFOX2 targets. Similar to the RRM mutant 

RBFOX2, we found that the HLHS specific RBFOX2 mutants are unable to control 

splicing of five target genes tested (Ank2, Fat1, Fam126, ECT2, and Abi1). Wildtype 

RBFOX2 did not regulate AS of ARNT exon 5. Therefore, the RBFOX2 mutants did not 

show a lack of splicing control for this event (Figure 12). 
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Interactions of HLHS specific RBFOX2 mutants with other proteins 

HLHS-specific RBFOX2 nonsense and frameshift mutants are predicted to truncate 

the CTD domain of this protein, which is important for interaction with splicing factors. 

Figure 12. RBFOX2 mutants are unable to control splicing of target genes. 

Six target genes were tested, including Ank2, Fat1, Fam126, ECT2, ARNT, and Abi1. 

Statistical significance was calculated using one-way ANOVA to compare four different 

groups. P-values are represented as *** < 0.001, ** < 0.01, * < 0.05. 
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Therefore, it is likely that these mutants lose interactions with proteins important for native 

RBFOX2 function. We performed a comparative global proteomics analysis to identify the 

proteins wildtype, frameshift, and nonsense RBFOX2 might interact with. Using the 293 

stable cells, we performed flag immunoprecipitation (IP) followed by Western blot to 

validate the pulldown. A FLAG immunoprecipitation kit (Sigma FLAGIPT1-1KT) was 

used to pull down FLAG-tagged WT, nonsense, frameshift or RRM mutant RBFOX2 

expressed in Flp-in T-REx 293 cells per the manufacturer’s protocol. DNase was added to 

the lysates to ensure the DNA was broken down. Lysates were pre-cleared with mouse IgG 

agarose beads for 2 hours prior to flag immunoprecipitation. Similar levels of wildtype, 

RRM, and frameshift RBFOX2 were pulled down. However, the nonsense mutant was 

expressed at a lower level, so the pull-down of this mutant was proportionally lower after 

the IP (Figure S2).  

 We next performed proteomics to determine if there is differential binding of 

RBFOX2 to its  binding partners. Proteomics was performed at the University of Texas 

Medical Branch Mass Spectrometry Facility. Peptide mixtures were analyzed by nanoflow 

liquid chromatography-tandem mass spectrometry (nanoLC-MS/MS) using a nano-LC 

chromatography system (UltiMate 3000 RSLCnano, Dionex), coupled on-line to a Thermo 

Orbitrap Fusion mass spectrometer (Thermo Fisher Scientific, San Jose, CA) through a 

nanospray ion source (Thermo Scientific). For the proteomics, we used a very stringent 

cutoff with a minimum of 5 peptides and a 0.3% false discovery rate (FDR) due to several 

experimental limitations including high background and low total spectra counts. We ran 

the empty vector stable cells as a negative control and identified a high background in these 

cells despite preclearing the lysate with mouse IgG agarose beads. Therefore, we 
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eliminated all proteins that were present in the negative control empty vector cells as this 

was considered background. After this, we identified 117 proteins in total. Wildtype 

RBFOX2 interacted with 32 of these proteins. Nonsense RBFOX2 interacted with 23 

proteins in common with wildtype while frameshift only interacted with 6 common 

proteins. As expected the frameshift RBFOX2 mutant interacted with fewer proteins than 

wildtype RBFOX2. Interestingly, the nonsense RBFOX2 mutant interacted with more 

proteins than wildtype RBFOX2 and had 83 novel interactions (Figure 13). A heat map of 

these interactions is shown in Figure 14. There was a similar depth of coverage between 

the nonsense, frameshift, and wildtype RBFOX2 samples. However, it is important to note 

that the normalized total spectra count for the proteins identified in these samples was very 

low with the highest ones only reaching 15. This may indicate that the overall protein 

abundance was very low in these samples and is a limitation of this study and that the 

binding partners identified might not be relevant. Studies needed to be repeated with 

positive controls (known RBFOX2 targets) for IP.  
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Figure 13. Comparative analysis of 

RBFOX2 protein 

interactions. 

Proteins were identified at a 

minimum of 5 peptides and a 0.3% 

FDR. 
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Figure 14. Heat map of wildtype, 

frameshift, and nonsense 

RBFOX2 protein 

interactions.  

Proteins were identified at a minimum of 

5 peptides and a 0.3% FDR. 
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 With these limitations in mind, we performed KEGG pathway analysis of the 83 

novel RBFOX2 nonsense mutant interactions using the Database for Annotation, 

Visualization and Integrated Discovery (DAVID ) to identify what they may be involved 

in. Top categories for RBFOX2 nonsense mutant novel interactions (total: 88) are 

spliceosome, ribosome, and mismatch repair (Table 2). 

Table 2. KEGG pathway categories for RBFOX2 nonsense mutant novel interactions. 

 

Conclusion 

In this study, we analyzed the functional consequences of HLHS specific RBFOX2 

mutants in regard to their subcellular localization, role in AS, and interactions with other 

proteins. Previously we have shown that the RBFOX2 nonsense mutant forms cytoplasmic 

puncta and is unable to regulate AS of its targets. In this study, we also found that the 

HLHS specific nonsense and frameshift RBFOX2 mutants were unable to regulate splicing 

of their targets. However, we did not find that the mutants displayed altered cellular 

localization, suggesting that factors other than nuclear localization impact RBFOX2’s 

function in AS. Further, the HLHS-specific RBFOX2 mutants were unable to regulate AS 

similar to the RRM mutant. This indicates that RBFOX2 needs more than just RNA binding 

to regulate AS.  

We found that wildtype, nonsense, and frameshift RBFOX2 were significantly 

overexpressed in these stable cells compared to endogenous levels. This is important 

because it allowed us to perform these experiments without knocking down endogenous 

RBFOX2 as its predicted effect was expected to be negligible. However, it is important to 

keep in mind that these constructs are exceedingly overexpressed and this may be a 
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limitation of the study. Future work should include a dose response curve to identify a 

concentration and timing of doxycycline that induces more physiologically meaninful 

RBFOX2 levels. 

 It is known that the RBFOX2 CTD is important for interaction with other splicing 

factors and that RBFOX2 regulates splicing as part of the large assembly of splicing 

regulators (LASR) [109, 113]. In this study, we found that the nonsense and frameshift 

RBFOX2 mutants displayed lower molecular weight likely due to the predicted truncation 

at the CTD. Therefore, we propose a model where CTD truncation of RBFOX2 prevents 

its association with splicing factors and ability to regulate AS.  

To further analyze this model, we investigated which proteins each RBFOX2 

mutant interacts with. As expected, the frameshift mutant displayed fewer interactions than 

wildtype RBFOX2. However, unexpectedly, the nonsense mutant displayed more 

interactions than wildtype RBFOX2. To further elucidate the role of the nonsense mutant 

in HLHS, we performed a KEGG analysis of its novel interactions. The top category was 

spliceosome followed by ribosome and mismatch repair. This suggests that the RBFOX2 

nonsense mutant interacts with more spliceosome components than the wildtype RBFOX2. 

This is interesting because RBFOX2 is a well-known AS regulator and we recapitulated its 

ability to regulate splicing of its targets in this study. However, the nonsense RBFOX2 

mutant was unable to regulate splicing of its targets even though it appears to be interacting 

with more spliceosome components. This may indicate that the nonsense RBFOX2 mutant 

binds and inhibits these spliceosome factors, ultimately leading to dysregulated AS. 

However, this will need to be further investigated. It is important to note the limitations of 

this proteomics study. The first limitation of the proteomics was the high background 

present in the empty vector sample. The second limitation was the low normalized spectra 

counts for all of the identified proteins indicating generally low abundance. These 

limitations make it hard to conclusively determine that the nonsense RBFOX2 mutant is 
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interacting with more proteins than the wildtype, and this issue must be addressed in future 

investigations.  
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Chapter 5 Summary of Dissertation 

Overview 

Aberrant gene expression is a hallmark of cardiovascular diseases. Gene expression 

can be regulated transcriptionally and post-transcriptionally. RBPs influence post-

transcriptional gene expression through controlling AS, polyadenylation, 5' capping, 

stability, localization, and translation of mRNA [51]. However, the molecular mechanisms 

that control post-transcriptional gene expression in cardiovascular diseases are not as well 

understood. 

A key component in cardiovascular disease is the reversion from an adult splicing 

program to a fetal program [71, 123, 126, 127], which underscores the importance of RBPs 

that control developmentally regulated AS transitions in the heart. Thus, we hypothesized 

that RBPs contribute to aberrant gene expression in cardiovascular diseases through 

regulation of AS. My objective was: A) to identify which RBPs regulate aberrant gene 

expression in cardiovascular diseases specifically in diabetic heart disease and HLHS, and 

B) to examine how changes in RBP expression and function contribute to these changes. 

First, I focused on identifying the AS regulators responsible for AS dysregulation in the 

diabetic heart. Second, I focused on how known mutations in an AS regulator contribute 

to gene expression changes in HLHS. The work presented here supports the hypothesis that 

RBPs contribute to aberrant gene expression in cardiovascular diseases through regulation 

of AS. Our results show that changes in RBP expression and function can contribute to 

gene expression changes through dysregulated splicing of thousands of targets. Therefore, 

this work will significantly contribute to our understanding of the molecular mechanisms 

driving gene expression changes in cardiovascular diseases. Importantly, this research 
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contributes to a foundation in the search for new therapeutic targets for treatment of these 

diseases in the future by identifying RBPs that contribute to gene expression changes in 

cardiovascular diseases. These RBPs may be targets to restore splicing of their many 

downstream targets. 

We have found extensive AS dysregulation in the diabetic heart. In the first section, 

we sought to determine which RBPs contributed to this AS dysregulation and found that 

RBFOX2, PTBP1, and CELF1 contribute to dysregulated AS in the diabetic heart. Our 

previous data indicated that CELF1 was upregulated in diabetic hearts, but the functional 

consequences on gene expression changes in the diabetic heart were unknown [71]. 

Therefore, we systematically analyzed which aberrantly spliced genes in the diabetic heart 

are regulated by CELF1. We found that 138 CELF1 targets were aberrantly spliced in the 

T1D heart. Importantly, these CELF1 targets had roles in muscle contraction and PKG 

signaling. We also found that disrupting the CELF1 binding site impaired AS regulation 

by CELF1 [144]. Our results indicate that CELF1 contributes to dysregulated AS and gene 

expression in the diabetic heart. 

PTBP1 is expressed in the heart, and its binding sites are found in genes that 

undergo coordinated AS changes during heart development [63, 171, 172]. It was unknown 

if PTBP1 was modulated in T1D hearts. Here, we found that a developmentally regulated 

spliced variant of PTBP1 that is normally expressed in newborn hearts is aberrantly 

expressed in diabetic hearts. This PTBP1 isoform lacking exon 8 (exon 9 in humans) has 

been reported to have a reduced repressive function [99, 241, 242]. We identified a group 

of 58 PTBP1 targets that are dysregulated in diabetes and demonstrated that the PTBP1 

isoform with reduced repressive function regulates AS of these transcripts [180]. 
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Importantly, these PTBP1 targets have roles in RNA transport, MAPK signaling, and 

endocytosis [180]. Our results indicate that PTBP1 contributes to dysregulated AS and 

gene expression in the diabetic heart. 

As RBFOX2 and CELF1 are both modulated in the T1D heart and contribute to 

dysregulated AS we hypothesized that changes in their expression could impact PTBP1 

AS [71, 121, 144]. We found that depletion of CELF1 and RBFOX2 led to exclusion of 

exon 8 in PTBP1 similar to the pattern observed in the T1D mouse heart. Importantly, this 

result is consistent with the decreased expression of CELF1 and upregulation of a dominant 

negative RBFOX2 in the diabetic heart [71, 121]. This suggests that RBFOX2, CELF1, 

and PTBP1 may cross-regulate each other’s expression in the diabetic heart. Importantly, 

many AS events in the T1D heart were co-regulated by RBFOX2, CELF1, and PTBP1. 

Thus, we propose a model that low RBFOX2 and PTBP1 splicing activities and increased 

CELF1 protein levels jointly affect AS on a genome-wide scale and increase the 

complexity of transcriptome regulation in the heart. 

In the second section, I described the role of RBFOX2 in HLHS. RBFOX2 was 

previously found to be significantly associated with HLHS phenotype. Three damaging de 

novo RBFOX2 mutations (nonsense, frameshift, and splice site) were identified in HLHS 

patients. It is largely unknown how these individual mutations impair RBFOX2 function 

and contribute to HLHS pathogenesis. Previous work from our lab has determined that 

RBFOX2 is a major contributor to transcriptome changes identified in HLHS patients 

[152]. We have also shown that the RBFOX2 nonsense mutant forms cytoplasmic puncta 

and is unable to regulate AS of one of its targets [152]. However, further analysis was 

needed to elucidate the role of the HLHS-specific RBFOX2 mutants in dysregulated AS. 
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My preliminary findings on the functional consequences of RBFOX2 mutations in HLHS 

indicate that the RBFOX2 mutants are unable to control splicing of their targets despite 

generally exhibiting similar cellular localization to the wild-type RBFOX2 protein. 

Further, mutants lacking the CTD of the protein displayed altered interactions with their 

binding partners.  Indeed, the nonsense RBFOX2 mutant appeared to interact with more 

proteins than wildtype RBFOX2. Thus, it is clear that the HLHS specific mutants alter 

RBFOX2 function in RNA metabolism and contribute to gene expression changes. 

Significance  

This dissertation focused on two cardiovascular diseases that without therapeutic 

intervention can lead to death. There is a pressing need for novel therapies to prevent 

diabetic heart disease and improve the long-term survival of infants with HLHS. Genome-

wide expression changes and aberrant AS regulation have been identified in both diseases. 

The importance of post-transcriptional gene regulation and its significance in heart 

development and cardiac complications have been long realized, but the mechanistic 

details are largely not well understood.  

Findings from this dissertation revealed post-transcriptional networks that are 

responsible for aberrant gene expression in diabetic heart disease and HLHS. Importantly, 

we identified RBFOX2, CELF1, and PTBP1 as regulators of these changes. RBFOX2 

forms a dominant negative isoform before diabetic cardiomyopathy is seen, suggesting it 

is causal for the disease. Our findings provide novel targets for therapeutic intervention in 

diabetic heart disease and HLHS. There is potential to use oligonucleotide-based therapies 

to restore splicing of RBFOX2 and PTBP1 such that a dominant negative RBFOX2 and a 

less repressive PTBP1 are not formed. Targeting just one of these RBPs has the ability to 

restore hundreds of targets that are dysregulated in these diseases. We also know that 

CELF1 expression is increased in the diabetic heart via phosphorylation and that this 
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phosphorylation is required for its regulation of splicing events altered in diabetes. 

Additionally, we know that CELF1 regulates 138 transcripts mis-spliced in diabetes. Thus, 

therapies targeting CELF1’s phosphorylation could also rescue hundreds of targets 

dysregulated in diabetic heart disease. Phosphatase therapies may be able to correct CELF1 

expression and downstream alternative splicing. Thus, targeting these 3 RBPs may help 

ameliorate the genome-wide expression changes and cardiac dysfunction in diabetic heart 

disease and HLHS. 

The three damaging de novo RBFOX2 mutations (nonsense, frameshift, and splice 

site) identified in HLHS patients were originally believed to be loss-of-function [153]. 

However, in this study, I found that the nonsense mutant, unexpectedly, appeared to be 

characterized by more interactions than wildtype RBFOX2.  In contrast and as expected,  

the frameshift mutant was characterized by fewer interactions. Although these results must 

be interpreted with extreme caution, they may suggest that the RBFOX2 nonsense mutant 

may represent a gain-of-function or even neomorphic allele. This would be a paradigm 

shift in the understanding of RBFOX2 in HLHS and may help us better understand how 

the mutation leads to HLHS phenotype. Consistent with this notion, unpublished results 

from Dr. Sunil Verma in our lab demonstrate that RBFOX2 knockout does not fully 

recapitulate the HLHS phenotype. Thus, exploring the potential gain of function for the 

RBFOX2 nonsense mutation may help us better understand the molecular mechanism 

leading to HLHS. 

Finally, we found that a developmentally regulated spliced variant of PTBP1 was 

increased in expression in the diabetic heart. Specifically, exon 9 of PTBP1 was less 

included. When exon 9 is skipped, PTBP1 is less repressive. We found that this exon was 

also developmentally regulated in the heart, such that it was more included in the 

embryonic and adult heart. Importantly, exon 9 skipping reduces PTBP1 repression in 

neurogenesis, leading to activation of brain-specific AS patterns. This exon was also found 

to contribute to evolutionary difference between species in developmentally regulated AS 



93 

[99]. This is the first evidence that exon 9 skipping is important for heart development and 

diabetic heart disease. This suggests that this event may have evolved to tightly regulate 

transitions in both brain and heart development and that dysregulation of it can contribute 

to brain and heart disease. 

 

Future Directions 

Role of CELF1 and PTBP1 in diabetic heart disease 

While it is clear that CELF1 and PTBP1 contribute to AS dysregulation in diabetes, 

further research is required to fully characterize their contribution to diabetic heart disease. 

First, the role of CELF1 and PTBP1 in the cardiac pathogenesis of diabetes needs to be 

determined. We found that a developmentally regulated spliced variant of PTBP1 with less 

repressive function is elevated in the T1D heart. The engineering and characterization of 

animal models that recapitulate the upregulation of CELF1 and the developmentally 

spliced variant of PTBP1 will be critical for this analysis. These models may help 

determine if the AS dysregulated by these RBPs directly contributes to cardiac 

pathogenesis. Further, global analysis of the effect of this PTBP1 isoform on its targets is 

needed to confirm that it the isoform is universally less repressive. Rescue experiments 

where wildtype PTBP1 is re-expressed will be needed to see if it rescues diabetes-induced 

AS changes and improves cardiac complications. This will help us better understand the 

role this PTBP1 isoform plays a role in cardiac pathogenesis. 

Work from this dissertation shows that RBFOX2, CELF1, and PTBP1 co-regulate 

alternative splicing of some targets [144, 180]. Future work will need to determine how 

these RBPs co-regulate AS of these targets. Analysis of the Tmem184b gene demonstrated 

that all three RBPs influenced AS but not necessarily as one would predict from the general 

splicing code. To further complicate this matter, we also found that the three RBPs regulate 

the AS of one another. This highlights the complexity involved in determining how they 
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co-regulate AS events important for diabetic heart disease, although this remains an 

important endeavor. 

 

Role of RBFOX2 in hypoplastic left heart syndrome 

 In this work, we found that nonsense and frameshift RBFOX2 mutants were unable 

to regulate splicing of five established RBFOX2 targets. Future work is needed to 

determine how HLHS patient-specific RBFOX2 mutations globally affect splicing. This 

will require conducting a global analysis with high-depth RNA sequencing to fully 

characterize AS variation in cells expressing the two mutants. Additionally, CLIP-

sequencing approaches should be initiated to determine if the RBFOX2 mutants bind to 

different RNAs. 

  Finally, while our results must be interpreted with caution, our proteomics analysis 

is consistent with the conclusion that the nonsense RBFOX2 mutant interacts with more 

proteins than wildtype RBFOX2. Since it was has been consistently assumed that all of the 

HLHS-specific RBFOX2 mutants result in a loss-of-function, a potential for neomorphic 

function will need to be explored for the nonsense mutant. If this novel function can be 

robustly established, analysis of the structural differences between nonsense and frameshift 

RBFOX2 mutants will be needed to determine what underlies this change in function. On 

the other hand, it must be noted that all three RBFOX2 mutants underlie similar HLHS 

phenotypes. Thus, further research into how each of these RBFOX2 mutations, perhaps via 

different mechanisms, lead to the same phenotype is crucial. 
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Appendix A: Supplementary Figures 

 
 

 

Figure S1. Validation of PTBP1, CELF1, and RBFOX2 overexpression.  

A) Representative FITC and bright field images of GFP (Control), PTBP1GFP, 

CELF1GFP, and RBFOX2GFP in transfected H9c2 cells (n=3) indicating successful 

transfection. B) Validation of PTBP1, CELF1, and RBFOX2 GFP overexpression using 

antibodies (Abs) against PTBP1, CELF1, and RBFOX2. Total protein staining was used 

to confirm even protein loading 
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Appendix B: Materials and Methods  

ANIMAL EXPERIMENTS 

The animal models used for this study are streptozotocin (STZ)-induced T1D and 

non-obese diabetic (NOD). All animal experiments were conducted in accordance with the 

NIH Guidelines and approved by the University of Texas Medical Branch Institutional 

Animal Care and Use Committee (Protocol # 1101001). T1D mouse models were described 

in [223, 266]. C57BL6J male mice (Jackson Laboratories) were injected with citrate buffer 

(vehicle control) or 60 mg/kg of STZ daily for five consecutive days. Female NOD 

(NOD/ShiLtJ) and ICR control mice were obtained from Jackson Laboratories [266]. Mice 

with hyperglycemia greater than 400mg/dL for at least 3 weeks were sacrificed, and left 

Figure S2. Validation of RBFOX2 pulldown.  

Validation of RBFOX2 WT, nonsense, frameshift, and RRM pull 

down using an antibody against flag. Total protein staining was 

used to confirm even protein loading 
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ventricles were isolated for RNA extraction. For mouse heart developmental, hearts were 

isolated from adult (6 months old) mice, embryonic day 18 embryos, and newborn pups. 

DIFFERENTIAL ALTERNATIVE SPLICING ANALYSIS 

An Illumina HiSeq 1000 system was used for paired-end (2 x 15 cycles) RNA 

sequencing at the UTMB Next-Generation Sequencing Core facility and yielded ~200 

million reads per sample [71, 121]. To identify AS changes, we performed DAS analysis 

as previously described in [267]. Briefly, raw RNA-Seq reads were first aligned to the 

mouse (mm9) genome using STAR (version 2.5.1b) [268] with default settings and only 

uniquely mapped reads were retained for further analysis. The number of reads for each 

exon and each exon-exon junction in each RNA-Seq file was computed by using the Python 

package HTSeq [209] with the UCSC KnownGene (mm9) annotation [269]. Dirichlet-

multinomial was used to model the counts of the reads aligned to each isoform of each 

event [270], and the likelihood ratio test was used to test the significance of splicing 

changes between STZ and control mice. We calculated the q-values from the p-values in 

the likelihood ratio test by the Benjamini-Hochberg procedure. PSI (Percent Spliced In; Ψ) 

was used to evaluate the percentage of the inclusion of variable exon relative to the total 

mature mRNA in the splicing events [271]. The DAS events were identified under |ΔΨ| >

0.05 and q < 0.05. 

For DEG analysis, uniquely aligned reads were retained to calculate the read counts 

for each gene against the UCSC KnownGene annotation (mm9), and a count table was 

constructed by counting the number of the reads that were aligned uniquely to each of the 

genes for each sample. Normalization and DEG analysis were performed using DESeq 

[272]. FDR adjusted q-values were then calculated using the Benjamini-Hochberg 



98 

procedure. The log2-fold changes in each comparison were also calculated for each gene. 

The differentially expressed genes were identified under two-fold changes and q < 0.05. 

Differential cassette exon (ES) events were overlapped with CELF1 binding sites that were 

extracted from the CELF1 cross-linking immunoprecipitation followed by RNA-seq 

(CELF1 CLIP-seq) datasets. CELF1 binding sites were examined within the 250bp intronic 

regions flanking the alternative exon and 50bp downstream of 5' end of the alternative 

exons. To determine PTBP1-binding sites on transcripts mis-spliced in diabetic hearts, we 

overlapped the differential cassette exon events identified in our diabetic heart RNA-seq 

data with the binding sites of PTBP1 that were defined by merging two sets of PTBP1 

CLIP-Seq peaks from GSM2259090 and GSM2259091 [244]. PTBP1 binding sites were 

examined within the 250bp intronic regions flanking the alternative exon and 50bp of the 

5' and 3' ends of the alternative exons. 

PLASMIDS AND CLONING:  

The Tmem184b splicing reporter was constructed as follows: pcDNA5-GFP-IL7R 

splicing reporter plasmid (from Mariano Garcia-Blanco) was mutated from 

TCTAGA to GATAGA to remove one of the two Xba1 sites. Mutated vector was then 

digested with Xba1 and Xho1 (Roche) and purified with the QIAquick PCR purification 

kit. Tmem184b genomic sequence that covers intron 9 (500nt)-exon9-intron 10 (316nt) or 

a mutant version of Tmem184b genomic sequence that lacks one of the CELF1 CLIP-seq 

peaks (62nt) in intron 10 (G-blocks from IDT) were ligated into the vector using T4 DNA 

ligase (Roche). All constructs were confirmed by Sanger DNA sequencing. 

GENERATION OF STABLE CELL LINES 



99 

Triple flag-tagged human PTBP1 including exon 9 (PTBP1+ex9) and excluding 

exon 9 (PTBP1Δex9) in pcDNA5/FRT/TO expression vectors. Flp-in T-REx 293 cells 

plated on 6-well plates were co-transfected with 4μg pOG44 recombinase and 0.4μg 

PTBP1+ex9, PTBP1Δex9, or empty vector using Lipofectamine 2000 (Invitrogen). Cells 

stably expressing the constructs were selected in 100μg/mL hygromycin as described in 

[99]. 

Human flag-tagged RBFOX2 nonsense mutant cDNA clone and RBFOX2 mutant 

lacking binding activity were generated as described previously [152]. RBFOX2 frameshift 

mutant was generated by replacing C to CT using Quick-change site-directed mutagenesis 

(Agilent Technologies). Human flag-tagged RBFOX2 nonsense, frameshift, and RRM 

mutants were cloned into pcDNA5/FRT/TO expression vectors. Flp-in T-REx 293 cells 

plated on 6-well plates were co-transfected with 4μg pOG44 recombinase and 0.4μg 

RBFOX2 nonsense, frameshift, RRM, or empty vector using Lipofectamine 2000 

(Invitrogen). Cells stably expressing the constructs were selected in 100μg/mL hygromycin 

as described in [99]. 

CELL CULTURE AND TRANSFECTIONS 

Flp-in T-REx 293 cells stably expressing empty vector, Flag-tagged PTBP1+ex9, 

or Flag-tagged PTBP1Δex9 were transfected with a pool of 10μM PTBP1/PTBP2 targeting 

siRNAs (Qiagen siRNA Catalog# SI02649206 and SI04255146) or scrambled siRNA 

(Invitrogen AM4611) using Lipofectamine RNAiMAX (Invitrogen). 24 hours post-

transfection, media was replaced, and expression of PTBP1 was induced with 1μg/mL 

doxycycline. Cells were harvested 48 hours after induction.  



100 

H9C2 cells were cultured and transfected as previously described [71, 121]. H9c2 

cells were transfected with a pool of 10μM CELF1 specific (Invitrogen siRNA ID# 

s168616 and s168617), 10μM PTBP1/PTBP2 targeting siRNAs, RBFOX2 specific siRNA 

(Invitrogen siRNA ID# s96620), or scrambled siRNAs (Invitrogen AM4611) using 

Lipofectamine RNAiMAX (Invitrogen) and harvested 72hrs later. H9c2 cells plated on 

150mm dish were transfected with 10μg GFP-tagged PTBP1, RBFOX2, CELF1, or 5μg 

GFP control plasmid using Neon nucleofection system (Invitrogen) and harvested 48 hours 

post-transfection. H9c2 cells were transfected with 200ng WT, or CELF1 binding site 

mutant Tmem184b splicing reporter and harvested after 72hrs. 

QUANTITATIVE RT-PCR  

qRT-PCR was performed as described previously [71, 121]. TRIzol (Invitrogen 

15596-018) was used to extract RNA from cells and mouse hearts according to the 

manufacturer’s protocol with the modification that RNA was precipitated overnight at -

800C. RNA concentration was determined using the EPOCH Microplate 

Spectrophotometer (BioTek). Primer information used for qRT-PCR is provided in 

Supplemental Table 1. 

Table S1: Primer sequences used for RT-PCR 

Gene 
Name 

Species Gene ID Analysis 
Target 

Forward Primer  

(5' to 3') 
Reverse Primer  

(5' to 3') 
Ablim3 Mouse ENSMU

SG0000
0032735 

Exon 18 AAGCTCCTATG
CGGATCCTT 

GCAGCCCATTT
CTCCTGTAG 

Per1 Mouse ENSMU
SG0000
0020893 

Exon 16 GCCTCTGATGA
TGACAAGCA 

GTTGGGTCAGG
GGCTACTGT 

Gpr116 Mouse ENSMU
SG0000
0056492 

Exon 12 GTGTCCCAGTG
GGTCTTCTG 

GGTCCCGGGTT
ATTGTTAGG 
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Tmem184
b 

Mouse ENSMU
SG0000
0009035 

Exon 9 GGCATGCCTTC
ACCTACAAG 

GTGGACTGCTG
CGTGTACTG 

Tmem184
b 

Rat ENSRN
OG0000
0022802 

Exon 9 GGCATGCCTTC
ACCTACAAG 

GTGGACTGCTG
CGTGTACTG 

GFP    CCACAAGTTCA
GCGTGTCCG 
 

CGTCCTTGAAG
AAGATGGTG 
 

Hdac7 Mouse ENSMU
SG0000
0022475 

Exon 8 TTCCTCCCCCA
GTAGTAGCA  

CGAGGGCCTAA
AGTTGAATG  

Hdac7 Rat  Exon 8 TCCTCCCCCAG
TAGTAGCAG 

CCAAAGTTGAAT
GGGTCCTG 

PTBP1 Mouse 
ENSMU
SG0000
0006498 

Exon 8 
GCATCGACTTC
TCCAAGCTCAC
C 

GGACATTAGGG
ACAGAGAGGC 

PTBP1 Rat 

ENSRN
OT0000
0044865
.7 

Exon 8 
GCATCGACTTC
TCCAAGCTCAC
C 

GGACATTAGGG
ACAGAGAGGC 

PTBP1 Human 
ENST00
0003569
4810 

Exon 9 
CTCGCTGGACC
AGACCAT 

TCTGGGTTGAG
GTTGCTGAC 

Clip1 Human 
ENST00
0006207
86.4 

Exon 9 
CCGGGTTGAAG
AAGAATCAA 

CGGAGCTCAGC
TACTTCCTG 

Med23 Human 
ENST00
0003545
77.8 

Exon 11 
CCAGGGATATG
GTCTGCAAT 

CCCATCGTCAA
ACTTCTCCT 

      

 

NUCLEAR-CYTOPLASMIC FRACTIONATION  

The nuclear-cytoplasmic fractionation was adapted from a previously described 

protocol [211]. Cells grown on a 150mm plate were rinsed with PBS twice and then scraped 

into 500l of lysis buffer (150mM NaCl, 50mM Tris HCl, 1mM EDTA, 1% Triton X-100, 

protease inhibitors, and PhosSTOP [Sigma]). Samples were kept on ice for the remainder 

of the procedure. Lysates were passed through a 25G needle three times. Then samples 

were spun at 600x g at 4 C for 15 minutes to pellet the nuclei. The supernatant was 

removed and kept as the cytoplasmic fraction. Pellet was then rinsed with lysis buffer and 
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spun at 600x g at 4 C for 5 minutes. The supernatant was discarded, and the pellet was 

resuspended in 200l lysis buffer with 1-2% SDS. Samples then underwent a heat-cool 

cycle at 90 C for 5 minutes. This was the nuclear fraction. 

WESTERN BLOT ANALYSIS 

Western blot analyses were performed as described previously [71, 121]. 30-50μg 

of protein per sample was separated on 10% SDS-PAGE gels and transferred to a PVDF 

membrane (Immobilon-P, Millipore IPVH00010). Membranes were blocked with 5% dry 

fat-free milk solution in PBST for 30 minutes and then incubated with primary Ab at 4°C 

overnight. The primary antibodies used for this study are as follows: anti-RBFOX2 (Abcam 

ab57154), anti-PTBP1 (From Dr. Mariano Garcia-Blanco), anti-CELF1 (Abcam ab9549), 

anti-Histone H3 (Abcam ab10799), anti-FLAG (Sigma F7425), and anti-α-TUBULIN 

(Sigma T6074). Following this, membranes were washed with PBST four times for 15-

minute intervals. Finally, the membranes were incubated with HRP-conjugated secondary 

Abs for 2 hours. Immobilon Western chemiluminescent (Millipore WBKLS0500) or 

SuperSignal West Femto Chemiluminescent (Pierce 34096) HRP substrate was used to 

detect HRP signal by exposure to X-ray film. 

FLAG IMMUNOPRECIPITATION 

A FLAG immunoprecipitation kit (Sigma FLAGIPT1-1KT) was used to pull down 

FLAG-tagged WT, nonsense, frameshift or RRM mutant RBFOX2 expressed in Flp-in T-

REx 293 cells per the manufacturer’s protocol. Flp-in T-REx 293 cells were lysed in lysis 

buffer (150mM NaCl, 50mM Tris HCl, 1mM EDTA, 1% Triton X-100, protease inhibitors, 

and PhosSTOP [Sigma]). Lysates were sonicated on ice 3 times for 30-second pulses to 

shear DNA. DNAase was added to the lysates to ensure the DNA was broken down. 
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Lysates were pre-cleared with mouse IgG agarose beads for 2 hours prior to flag 

immunoprecipitation. 

 

PROTEOMICS 

Sample digestion 

 The agarose bead-bound purified Flag-tagged proteins were washed several times with 

50mM TEAB pH 7.1, before being solubilized with 40uL of 5% SDS, 50mM TEAB, pH 

7.55 and incubated at room temperature (RT) for 30 minutes. The supernatant containing 

proteins was then transferred to a new tube and reduced by making the solution 10mM 

TCEP (Thermo, #77720) and incubated at 65○C for 10min. The sample is then cooled to 

RT and 3.75 uL of 1M iodoacetamide acid added and allowed to react for 20 minutes in 

the dark after which 0.5uL of 2M DTT is added to quench the reaction. 5ul of 12% 

phosphoric acid is added to the 50uL protein solution. 350uL of binding buffer (90% 

Methanol, 100mM TEAB final; pH 7.1) is then added to the solution. The resulting solution 

is added to S-Trap spin column (protifi.com) and passed through the column using a bench 

top centrifuge (30s spin at 4,000g). The spin column is washed with 400uL of binding 

buffer and centrifuged. This is repeated three times. Trypsin is added to the protein mixture 

in a ratio of 1:25 in 50mM TEAB, pH=8, and incubated at 37○C for 4 hours. Peptides were 

eluted with 80uL of 50mM TEAB, followed by 80uL of 0.2% formic acid, and finally 80 

uL of 50% acetonitrile, 0.2% formic acid. The combined peptide solution is then dried in 

a speed vacuum and resuspended in 2% acetonitrile, 0.1% formic acid, 97.9% water and 

placed in an autosampler vial.  

 

NanoLC MS/MS Analysis 
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Peptide mixtures were analyzed by nanoflow liquid chromatography-tandem mass 

spectrometry (nanoLC-MS/MS) using a nano-LC chromatography system (UltiMate 3000 

RSLCnano, Dionex), coupled on-line to a Thermo Orbitrap Fusion mass spectrometer 

(Thermo Fisher Scientific, San Jose, CA) through a nanospray ion source (Thermo 

Scientific). A trap-and-elute method was used. The trap column is a C18 PepMap100 

(300um X 5mm, 5um particle size) from ThermoScientific. The analytical column is an 

Acclaim PepMap 100 (75um X 25 cm) (Thermo Scientific). After equilibrating the column 

in 98% solvent A (0.1% formic acid in water) and 2% solvent B (0.1% formic acid in 

acetonitrile), the samples (2 µL in solvent A) were injected into the trap column and 

subsequently eluted (400 nL/min) by gradient elution onto the C18 column as follows: 

isocratic at 2% B, 0-5 min; 2% to 32% B, 5-39 min; 32% to 70% B, 39-49 min; 70% to 

90% B, 49-50 min; isocratic at 90% B, 50-54 min; 90% to 2%, 54-55 min; and isocratic at 

2% B, till 65 min.  

 All LC-MS/MS data were acquired using XCalibur, version 2.1.0 (Thermo Fisher 

Scientific) in positive ion mode using a top speed data-dependent acquisition method with 

a 3 second cycle time. The survey scans (m/z 350-1500) were acquired in the Orbitrap at 

120,000 resolution (at m/z = 400) in profile mode, with a maximum injection time of 100 

msec and an AGC target of 400,000 ions. The S-lens RF level is set to 60. Isolation is 

performed in the quadrupole with a 1.6 Da isolation window, and CID MS/MS acquisition 

is performed in profile mode using rapid scan rate with detection in the ion-trap, with the 

following settings: parent threshold = 5,000; collision energy = 32%; maximum injection 

time 56 msec; AGC target 500,000 ions. Monoisotopic precursor selection (MIPS) and 

charge state filtering were on, with charge states 2-6 included. Dynamic exclusion is used 
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to remove selected precursor ions, with a +/- 10 ppm mass tolerance, for 15 sec after 

acquisition of one MS/MS spectrum.  

 

Database Searching 

 Tandem mass spectra were extracted and charge state deconvoluted by Proteome 

Discoverer (Thermo Fisher, version 2.2.0388). All MS/MS spectra were searched against 

a UniProt Human database (version 06-27-2018) using Sequest. Searches were performed 

with a parent ion tolerance of 5 ppm and a fragment ion tolerance of 0.60 Da. Trypsin is 

specified as the enzyme, allowing for two missed cleavages. Fixed modification of 

carbamidomethyl (C) and variable modifications of oxidation (M) and glycosylation were 

specified in Sequest.  

 

Criteria for Protein Identification 

Scaffold (version Scaffold_4.8.7, Proteome Software Inc., Portland, OR) was used to 

validate MS/MS based peptide and protein identifications. Peptide identifications were 

accepted if they could be established at greater than 95.0% probability by the Scaffold 

Local FDR algorithm. Protein identifications were accepted if they could be established at 

greater than 99.0% probability and contained at least 5 identified peptides. Protein 

probabilities were assigned by the Protein Prophet algorithm [273]. Proteins that contained 

similar peptides and could not be differentiated based on MS/MS analysis alone were 

grouped to satisfy the principles of parsimony. Proteins sharing significant peptide 

evidence were grouped into clusters. 

STATISTICAL ANALYSIS 



106 

Student t-test was used to determine statistical significance between two groups and 

one-way ANOVA for comparisons of more than two groups with Bonferroni correction 

using the Prism software. 

   

  



107 

Bibliography  

 

1. Will, C.L. and R. Luhrmann, Spliceosome structure and function. Cold Spring Harb 

Perspect Biol, 2011. 3(7). 

2. Chiou, N.T. and K.W. Lynch, Mechanisms of spliceosomal assembly. Methods Mol 

Biol, 2014. 1126: p. 35-43. 

3. Nguyen, T.H., et al., The architecture of the spliceosomal U4/U6.U5 tri-snRNP. 

Nature, 2015. 523(7558): p. 47-52. 

4. Wahl, M.C., C.L. Will, and R. Luhrmann, The spliceosome: design principles of a 

dynamic RNP machine. Cell, 2009. 136(4): p. 701-18. 

5. Burset, M., I.A. Seledtsov, and V.V. Solovyev, Analysis of canonical and non-

canonical splice sites in mammalian genomes. Nucleic Acids Res, 2000. 28(21): p. 

4364-75. 

6. Graveley, B.R., Alternative splicing: increasing diversity in the proteomic world. 

Trends in genetics : TIG, 2001. 17(2): p. 100-7. 

7. Breitbart, R.E., A. Andreadis, and B. Nadal-Ginard, Alternative splicing: a 

ubiquitous mechanism for the generation of multiple protein isoforms from single 

genes. Annual review of biochemistry, 1987. 56: p. 467-95. 

8. Chabot, B., Directing alternative splicing: cast and scenarios. Trends in genetics : 

TIG, 1996. 12(11): p. 472-8. 

9. Black, D.L., Mechanisms of alternative pre-messenger RNA splicing. Annual 

review of biochemistry, 2003. 72: p. 291-336. 



108 

10. Modrek, B. and C. Lee, A genomic view of alternative splicing. Nature genetics, 

2002. 30(1): p. 13-9. 

11. Scotti, M.M. and M.S. Swanson, RNA mis-splicing in disease. Nat Rev Genet, 

2016. 17(1): p. 19-32. 

12. Ward, A.J. and T.A. Cooper, The pathobiology of splicing. J Pathol, 2010. 220(2): 

p. 152-63. 

13. Blencowe, B.J., Alternative splicing: new insights from global analyses. Cell, 2006. 

126(1): p. 37-47. 

14. Keren, H., G. Lev-Maor, and G. Ast, Alternative splicing and evolution: 

diversification, exon definition and function. Nature reviews. Genetics, 2010. 11(5): 

p. 345-55. 

15. Kondrashov, F.A. and E.V. Koonin, Origin of alternative splicing by tandem exon 

duplication. Human molecular genetics, 2001. 10(23): p. 2661-9. 

16. Matlin, A.J., F. Clark, and C.W. Smith, Understanding alternative splicing: 

towards a cellular code. Nature reviews. Molecular cell biology, 2005. 6(5): p. 386-

98. 

17. Ben-Dov, C., et al., Genome-wide analysis of alternative pre-mRNA splicing. The 

Journal of biological chemistry, 2008. 283(3): p. 1229-33. 

18. Ast, G., How did alternative splicing evolve? Nature reviews. Genetics, 2004. 

5(10): p. 773-82. 

19. Sterner, D.A., T. Carlo, and S.M. Berget, Architectural limits on split genes. Proc 

Natl Acad Sci U S A, 1996. 93(26): p. 15081-5. 



109 

20. Schwartz, S., E. Meshorer, and G. Ast, Chromatin organization marks exon-intron 

structure. Nat Struct Mol Biol, 2009. 16(9): p. 990-5. 

21. Modrek, B. and C.J. Lee, Alternative splicing in the human, mouse and rat genomes 

is associated with an increased frequency of exon creation and/or loss. Nature 

genetics, 2003. 34(2): p. 177-80. 

22. Nurtdinov, R.N., et al., Low conservation of alternative splicing patterns in the 

human and mouse genomes. Human molecular genetics, 2003. 12(11): p. 1313-20. 

23. Lev-Maor, G., et al., The birth of an alternatively spliced exon: 3' splice-site 

selection in Alu exons. Science, 2003. 300(5623): p. 1288-91. 

24. Kim, E., A. Goren, and G. Ast, Alternative splicing: current perspectives. 

BioEssays : news and reviews in molecular, cellular and developmental biology, 

2008. 30(1): p. 38-47. 

25. Wang, E.T., et al., Alternative isoform regulation in human tissue transcriptomes. 

Nature, 2008. 456(7221): p. 470-476. 

26. Pan, Q., et al., Deep surveying of alternative splicing complexity in the human 

transcriptome by high-throughput sequencing. Nature Genetics, 2008. 40(12): p. 

1413-1415. 

27. Pan, Q., et al., Deep surveying of alternative splicing complexity in the human 

transcriptome by high-throughput sequencing. Nature genetics, 2008. 40(12): p. 

1413-5. 

28. Baralle, F.E. and J. Giudice, Alternative splicing as a regulator of development and 

tissue identity. Nat Rev Mol Cell Biol, 2017. 18(7): p. 437-451. 



110 

29. Yano, M., et al., Nova2 regulates neuronal migration through an RNA switch in 

disabled-1 signaling. Neuron, 2010. 66(6): p. 848-58. 

30. Penalva, L.O. and L. Sanchez, RNA binding protein sex-lethal (Sxl) and control of 

Drosophila sex determination and dosage compensation. Microbiol Mol Biol Rev, 

2003. 67(3): p. 343-59, table of contents. 

31. Burtis, K.C. and B.S. Baker, Drosophila doublesex gene controls somatic sexual 

differentiation by producing alternatively spliced mRNAs encoding related sex-

specific polypeptides. Cell, 1989. 56(6): p. 997-1010. 

32. Modrek, B., et al., Genome-wide detection of alternative splicing in expressed 

sequences of human genes. Nucleic acids research, 2001. 29(13): p. 2850-9. 

33. Johnson, J.M., et al., Genome-wide survey of human alternative pre-mRNA splicing 

with exon junction microarrays. Science, 2003. 302(5653): p. 2141-4. 

34. Watson, F.L., et al., Extensive diversity of Ig-superfamily proteins in the immune 

system of insects. Science, 2005. 309(5742): p. 1874-8. 

35. Xu, Q., B. Modrek, and C. Lee, Genome-wide detection of tissue-specific 

alternative splicing in the human transcriptome. Nucleic acids research, 2002. 

30(17): p. 3754-66. 

36. Nembaware, V., et al., Allele-specific transcript isoforms in human. FEBS Lett, 

2004. 577(1-2): p. 233-8. 

37. Zak, R., Development and proliferative capacity of cardiac muscle cells. Circ Res, 

1974. 35(2): p. suppl II:17-26. 

38. Nag, A.C., Study of non-muscle cells of the adult mammalian heart: a fine 

structural analysis and distribution. Cytobios, 1980. 28(109): p. 41-61. 



111 

39. Camelliti, P., T.K. Borg, and P. Kohl, Structural and functional characterisation of 

cardiac fibroblasts. Cardiovasc Res, 2005. 65(1): p. 40-51. 

40. Giudice, J., et al., Alternative splicing regulates vesicular trafficking genes in 

cardiomyocytes during postnatal heart development. Nat Commun, 2014. 5: p. 

3603. 

41. Woodcock, E.A. and S.J. Matkovich, Cardiomyocytes structure, function and 

associated pathologies. Int J Biochem Cell Biol, 2005. 37(9): p. 1746-51. 

42. Miragoli, M., G. Gaudesius, and S. Rohr, Electrotonic modulation of cardiac 

impulse conduction by myofibroblasts. Circ Res, 2006. 98(6): p. 801-10. 

43. Kanekar, S., et al., Cardiac fibroblasts form and function. Cardiovasc Pathol, 1998. 

7(3): p. 127-33. 

44. Porrello, E.R., et al., Transient regenerative potential of the neonatal mouse heart. 

Science, 2011. 331(6020): p. 1078-80. 

45. Mahmoud, A.I., et al., Meis1 regulates postnatal cardiomyocyte cell cycle arrest. 

Nature, 2013. 497(7448): p. 249-253. 

46. Wang, Y., et al., Mechanism of alternative splicing and its regulation. Biomed Rep, 

2015. 3(2): p. 152-158. 

47. Chen, M. and J.L. Manley, Mechanisms of alternative splicing regulation: insights 

from molecular and genomics approaches. Nature reviews. Molecular cell biology, 

2009. 10(11): p. 741-54. 

48. Gerstberger, S., M. Hafner, and T. Tuschl, A census of human RNA-binding 

proteins. Nat Rev Genet, 2014. 15(12): p. 829-45. 



112 

49. Lunde, B.M., C. Moore, and G. Varani, RNA-binding proteins: modular design for 

efficient function. Nat Rev Mol Cell Biol, 2007. 8(6): p. 479-90. 

50. Fu, X.D. and M. Ares, Jr., Context-dependent control of alternative splicing by 

RNA-binding proteins. Nat Rev Genet, 2014. 15(10): p. 689-701. 

51. Glisovic, T., et al., RNA-binding proteins and post-transcriptional gene regulation. 

FEBS letters, 2008. 582(14): p. 1977-86. 

52. Fu, X.D., Towards a splicing code. Cell, 2004. 119(6): p. 736-8. 

53. Wang, Z. and C.B. Burge, Splicing regulation: from a parts list of regulatory 

elements to an integrated splicing code. RNA, 2008. 14(5): p. 802-13. 

54. Baralle, M. and F.E. Baralle, The splicing code. Biosystems, 2018. 164: p. 39-48. 

55. Barash, Y., et al., Deciphering the splicing code. Nature, 2010. 465(7294): p. 53-9. 

56. Dominguez, D., et al., Sequence, Structure, and Context Preferences of Human 

RNA Binding Proteins. Mol Cell, 2018. 70(5): p. 854-867 e9. 

57. Witten, J.T. and J. Ule, Understanding splicing regulation through RNA splicing 

maps. Trends in Genetics, 2011. 27(3): p. 89-97. 

58. Dasgupta, T. and A.N. Ladd, The importance of CELF control: molecular and 

biological roles of the CUG-BP, Elav-like family of RNA-binding proteins. Wiley 

Interdiscip Rev RNA, 2012. 3(1): p. 104-21. 

59. Vlasova-St Louis, I. and P.R. Bohjanen, Coordinate regulation of mRNA decay 

networks by GU-rich elements and CELF1. Curr Opin Genet Dev, 2011. 21(4): p. 

444-51. 



113 

60. Timchenko, L.T., et al., Identification of a (CUG)n triplet repeat RNA-binding 

protein and its expression in myotonic dystrophy. Nucleic Acids Res, 1996. 24(22): 

p. 4407-14. 

61. Takahashi, N., et al., The CUG-binding protein binds specifically to UG 

dinucleotide repeats in a yeast three-hybrid system. Biochem Biophys Res 

Commun, 2000. 277(2): p. 518-23. 

62. Masuda, A., et al., CUGBP1 and MBNL1 preferentially bind to 3' UTRs and 

facilitate mRNA decay. Sci Rep, 2012. 2: p. 209. 

63. Kalsotra, A., et al., A postnatal switch of CELF and MBNL proteins reprograms 

alternative splicing in the developing heart. Proc Natl Acad Sci U S A, 2008. 

105(51): p. 20333-8. 

64. Wang, E.T., et al., Antagonistic regulation of mRNA expression and splicing by 

CELF and MBNL proteins. Genome Res, 2015. 25(6): p. 858-71. 

65. Mori, D., et al., Quantitative analysis of CUG-BP1 binding to RNA repeats. J 

Biochem, 2008. 143(3): p. 377-83. 

66. Han, J. and T.A. Cooper, Identification of CELF splicing activation and repression 

domains in vivo. Nucleic Acids Res, 2005. 33(9): p. 2769-80. 

67. Vlasova, I.A., et al., Conserved GU-rich elements mediate mRNA decay by binding 

to CUG-binding protein 1. Mol Cell, 2008. 29(2): p. 263-70. 

68. Singh, G., et al., ETR-3 and CELF4 protein domains required for RNA binding and 

splicing activity in vivo. Nucleic Acids Res, 2004. 32(3): p. 1232-41. 



114 

69. Dujardin, G., et al., CELF proteins regulate CFTR pre-mRNA splicing: essential 

role of the divergent domain of ETR-3. Nucleic Acids Res, 2010. 38(20): p. 7273-

85. 

70. Timchenko, L.T., Myotonic dystrophy: the role of RNA CUG triplet repeats. Am J 

Hum Genet, 1999. 64(2): p. 360-4. 

71. Verma, S.K., et al., Reactivation of fetal splicing programs in diabetic hearts is 

mediated by protein kinase C signaling. J Biol Chem, 2013. 288(49): p. 35372-86. 

72. Kuyumcu-Martinez, N.M., G.S. Wang, and T.A. Cooper, Increased steady-state 

levels of CUGBP1 in myotonic dystrophy 1 are due to PKC-mediated 

hyperphosphorylation. Molecular cell, 2007. 28(1): p. 68-78. 

73. Southby, J., C. Gooding, and C.W. Smith, Polypyrimidine tract binding protein 

functions as a repressor to regulate alternative splicing of alpha-actinin mutally 

exclusive exons. Molecular and cellular biology, 1999. 19(4): p. 2699-711. 

74. Tang, Z.Z., et al., Regulation of the mutually exclusive exons 8a and 8 in the CaV1.2 

calcium channel transcript by polypyrimidine tract-binding protein. J Biol Chem, 

2011. 286(12): p. 10007-16. 

75. Zhang, L., W. Liu, and P.J. Grabowski, Coordinate repression of a trio of neuron-

specific splicing events by the splicing regulator PTB. RNA, 1999. 5(1): p. 117-30. 

76. Matlin, A.J., et al., Repression of alpha-actinin SM exon splicing by assisted 

binding of PTB to the polypyrimidine tract. RNA, 2007. 13(8): p. 1214-23. 

77. Oberstrass, F.C., et al., Structure of PTB bound to RNA: specific binding and 

implications for splicing regulation. Science, 2005. 309(5743): p. 2054-7. 



115 

78. Carstens, R.P., E.J. Wagner, and M.A. Garcia-Blanco, An intronic splicing silencer 

causes skipping of the IIIb exon of fibroblast growth factor receptor 2 through 

involvement of polypyrimidine tract binding protein. Mol Cell Biol, 2000. 20(19): 

p. 7388-400. 

79. Spellman, R., M. Llorian, and C.W. Smith, Crossregulation and functional 

redundancy between the splicing regulator PTB and its paralogs nPTB and ROD1. 

Mol Cell, 2007. 27(3): p. 420-34. 

80. Romanelli, M.G., E. Diani, and P.M. Lievens, New insights into functional roles of 

the polypyrimidine tract-binding protein. Int J Mol Sci, 2013. 14(11): p. 22906-32. 

81. Sawicka, K., et al., Polypyrimidine-tract-binding protein: a multifunctional RNA-

binding protein. Biochem Soc Trans, 2008. 36(Pt 4): p. 641-7. 

82. Llorian, M., et al., Position-dependent alternative splicing activity revealed by 

global profiling of alternative splicing events regulated by PTB. Nat Struct Mol 

Biol, 2010. 17(9): p. 1114-23. 

83. Kafasla, P., et al., Defining the roles and interactions of PTB. Biochem Soc Trans, 

2012. 40(4): p. 815-20. 

84. Xue, Y., et al., Genome-wide analysis of PTB-RNA interactions reveals a strategy 

used by the general splicing repressor to modulate exon inclusion or skipping. Mol 

Cell, 2009. 36(6): p. 996-1006. 

85. Singh, R., J. Valcarcel, and M.R. Green, Distinct binding specificities and functions 

of higher eukaryotic polypyrimidine tract-binding proteins. Science, 1995. 

268(5214): p. 1173-6. 



116 

86. Wagner, E.J. and M.A. Garcia-Blanco, Polypyrimidine tract binding protein 

antagonizes exon definition. Mol Cell Biol, 2001. 21(10): p. 3281-8. 

87. Amir-Ahmady, B., et al., Exon repression by polypyrimidine tract binding protein. 

RNA, 2005. 11(5): p. 699-716. 

88. Li, B. and T.S. Yen, Characterization of the nuclear export signal of 

polypyrimidine tract-binding protein. J Biol Chem, 2002. 277(12): p. 10306-14. 

89. Back, S.H., S. Shin, and S.K. Jang, Polypyrimidine tract-binding proteins are 

cleaved by caspase-3 during apoptosis. J Biol Chem, 2002. 277(30): p. 27200-9. 

90. Dobbyn, H.C., et al., Regulation of BAG-1 IRES-mediated translation following 

chemotoxic stress. Oncogene, 2008. 27(8): p. 1167-74. 

91. Florez, P.M., et al., The polypyrimidine tract binding protein is required for 

efficient picornavirus gene expression and propagation. J Virol, 2005. 79(10): p. 

6172-9. 

92. Kamath, R.V., D.J. Leary, and S. Huang, Nucleocytoplasmic shuttling of 

polypyrimidine tract-binding protein is uncoupled from RNA export. Mol Biol Cell, 

2001. 12(12): p. 3808-20. 

93. Perez, I., J.G. McAfee, and J.G. Patton, Multiple RRMs contribute to RNA binding 

specificity and affinity for polypyrimidine tract binding protein. Biochemistry, 

1997. 36(39): p. 11881-90. 

94. Oh, Y.L., et al., Determination of functional domains in polypyrimidine-tract-

binding protein. Biochem J, 1998. 331 ( Pt 1): p. 169-75. 

95. Kim, J.H., et al., Protein-protein interaction among hnRNPs shuttling between 

nucleus and cytoplasm. J Mol Biol, 2000. 298(3): p. 395-405. 



117 

96. Gil, A., et al., Characterization of cDNAs encoding the polypyrimidine tract-

binding protein. Genes Dev, 1991. 5(7): p. 1224-36. 

97. Patton, J.G., et al., Characterization and molecular cloning of polypyrimidine tract-

binding protein: a component of a complex necessary for pre-mRNA splicing. 

Genes Dev, 1991. 5(7): p. 1237-51. 

98. Romanelli, M.G., P. Lorenzi, and C. Morandi, Organization of the human gene 

encoding heterogeneous nuclear ribonucleoprotein type I (hnRNP I) and 

characterization of hnRNP I related pseudogene. Gene, 2000. 255(2): p. 267-72. 

99. Gueroussov, S., et al., An alternative splicing event amplifies evolutionary 

differences between vertebrates. Science, 2015. 349(6250): p. 868-73. 

100. Hellen, C.U. and P. Sarnow, Internal ribosome entry sites in eukaryotic mRNA 

molecules. Genes Dev, 2001. 15(13): p. 1593-612. 

101. Simpson, P.J., et al., Structure and RNA interactions of the N-terminal RRM 

domains of PTB. Structure, 2004. 12(9): p. 1631-43. 

102. Kuroyanagi, H., Fox-1 family of RNA-binding proteins. Cell Mol Life Sci, 2009. 

66(24): p. 3895-907. 

103. Baraniak, A.P., J.R. Chen, and M.A. Garcia-Blanco, Fox-2 mediates epithelial cell-

specific fibroblast growth factor receptor 2 exon choice. Mol Cell Biol, 2006. 

26(4): p. 1209-22. 

104. Venables, J.P., et al., RBFOX2 is an important regulator of mesenchymal tissue-

specific splicing in both normal and cancer tissues. Mol Cell Biol, 2013. 33(2): p. 

396-405. 



118 

105. Gehman, L.T., et al., The splicing regulator Rbfox2 is required for both cerebellar 

development and mature motor function. Genes Dev, 2012. 26(5): p. 445-60. 

106. Park, C., et al., Stress Granules Contain Rbfox2 with Cell Cycle-related mRNAs. 

Sci Rep, 2017. 7(1): p. 11211. 

107. Wenzel, M., et al., Identification of a classic nuclear localization signal at the N 

terminus that regulates the subcellular localization of Rbfox2 isoforms during 

differentiation of NMuMG and P19 cells. FEBS Lett, 2016. 590(24): p. 4453-4460. 

108. Lee, J.A., et al., Cytoplasmic Rbfox1 Regulates the Expression of Synaptic and 

Autism-Related Genes. Neuron, 2016. 89(1): p. 113-28. 

109. Sun, S., et al., Mechanisms of activation and repression by the alternative splicing 

factors RBFOX1/2. RNA, 2012. 18(2): p. 274-83. 

110. Yeo, G.W., et al., An RNA code for the FOX2 splicing regulator revealed by 

mapping RNA-protein interactions in stem cells. Nature structural & molecular 

biology, 2009. 16(2): p. 130-7. 

111. Hallegger, M., M. Llorian, and C.W. Smith, Alternative splicing: global insights. 

The FEBS journal, 2010. 277(4): p. 856-66. 

112. Jacko, M., et al., Rbfox Splicing Factors Promote Neuronal Maturation and Axon 

Initial Segment Assembly. Neuron, 2018. 97(4): p. 853-868 e6. 

113. Damianov, A., et al., Rbfox Proteins Regulate Splicing as Part of a Large 

Multiprotein Complex LASR. Cell, 2016. 165(3): p. 606-19. 

114. Ponthier, J.L., et al., Fox-2 splicing factor binds to a conserved intron motif to 

promote inclusion of protein 4.1R alternative exon 16. The Journal of biological 

chemistry, 2006. 281(18): p. 12468-74. 



119 

115. Ying, Y., et al., Splicing Activation by Rbfox Requires Self-Aggregation through Its 

Tyrosine-Rich Domain. Cell, 2017. 170(2): p. 312-323 e10. 

116. Zhou, H.L. and H. Lou, Repression of prespliceosome complex formation at two 

distinct steps by Fox-1/Fox-2 proteins. Molecular and cellular biology, 2008. 

28(17): p. 5507-16. 

117. Fukumura, K., et al., Tissue-specific splicing regulator Fox-1 induces exon 

skipping by interfering E complex formation on the downstream intron of human 

F1gamma gene. Nucleic Acids Res, 2007. 35(16): p. 5303-11. 

118. Damianov, A. and D.L. Black, Autoregulation of Fox protein expression to produce 

dominant negative splicing factors. RNA, 2010. 16(2): p. 405-16. 

119. Arya, A.D., et al., RBFOX2 protein domains and cellular activities. Biochem Soc 

Trans, 2014. 42(4): p. 1180-3. 

120. Yang, G., et al., Regulated Fox-2 isoform expression mediates protein 4.1R splicing 

during erythroid differentiation. Blood, 2008. 111(1): p. 392-401. 

121. Nutter, C.A., et al., Dysregulation of RBFOX2 Is an Early Event in Cardiac 

Pathogenesis of Diabetes. Cell Rep, 2016. 15(10): p. 2200-13. 

122. Blech-Hermoni, Y. and A.N. Ladd, RNA binding proteins in the regulation of heart 

development. Int J Biochem Cell Biol, 2013. 45(11): p. 2467-78. 

123. Olson, E.N., Gene regulatory networks in the evolution and development of the 

heart. Science, 2006. 313(5795): p. 1922-7. 

124. Santalucia, T., et al., Developmental regulation of GLUT-1 (erythroid/Hep G2) and 

GLUT-4 (muscle/fat) glucose transporter expression in rat heart, skeletal muscle, 

and brown adipose tissue. Endocrinology, 1992. 130(2): p. 837-46. 



120 

125. Razeghi, P., et al., Metabolic gene expression in fetal and failing human heart. 

Circulation, 2001. 104(24): p. 2923-31. 

126. Barry, S.P., S.M. Davidson, and P.A. Townsend, Molecular regulation of cardiac 

hypertrophy. Int J Biochem Cell Biol, 2008. 40(10): p. 2023-39. 

127. Rajabi, M., et al., Return to the fetal gene program protects the stressed heart: a 

strong hypothesis. Heart Fail Rev, 2007. 12(3-4): p. 331-43. 

128. de Bruin, R.G., et al., Emerging roles for RNA-binding proteins as effectors and 

regulators of cardiovascular disease. Eur Heart J, 2017. 

129. Li, J., et al., Cold-Inducible RNA-Binding Protein Regulates Cardiac 

Repolarization by Targeting Transient Outward Potassium Channels. Circ Res, 

2015. 116(10): p. 1655-9. 

130. Xu, X., et al., ASF/SF2-regulated CaMKIIdelta alternative splicing temporally 

reprograms excitation-contraction coupling in cardiac muscle. Cell, 2005. 120(1): 

p. 59-72. 

131. Maatz, H., et al., RNA-binding protein RBM20 represses splicing to orchestrate 

cardiac pre-mRNA processing. J Clin Invest, 2014. 124(8): p. 3419-30. 

132. De Caterina, R., et al., Nitric oxide decreases cytokine-induced endothelial 

activation. Nitric oxide selectively reduces endothelial expression of adhesion 

molecules and proinflammatory cytokines. J Clin Invest, 1995. 96(1): p. 60-8. 

133. Alexander, L.M., J.L. Kutz, and W.L. Kenney, Tetrahydrobiopterin increases NO-

dependent vasodilation in hypercholesterolemic human skin through eNOS-

coupling mechanisms. Am J Physiol Regul Integr Comp Physiol, 2013. 304(2): p. 

R164-9. 



121 

134. de Bruin, R.G., et al., The RNA-binding protein quaking maintains endothelial 

barrier function and affects VE-cadherin and beta-catenin protein expression. Sci 

Rep, 2016. 6: p. 21643. 

135. Rhee, W.J., et al., HuR regulates the expression of stress-sensitive genes and 

mediates inflammatory response in human umbilical vein endothelial cells. Proc 

Natl Acad Sci U S A, 2010. 107(15): p. 6858-63. 

136. Blanco, F.J. and C. Bernabeu, Alternative splicing factor or splicing factor-2 plays 

a key role in intron retention of the endoglin gene during endothelial senescence. 

Aging cell, 2011. 10(5): p. 896-907. 

137. Osera, C., et al., Induction of VEGFA mRNA translation by CoCl2 mediated by 

HuR. RNA Biol, 2015. 12(10): p. 1121-30. 

138. Galban, S., et al., RNA-binding proteins HuR and PTB promote the translation of 

hypoxia-inducible factor 1alpha. Mol Cell Biol, 2008. 28(1): p. 93-107. 

139. Anderson, P., Post-transcriptional control of cytokine production. Nat Immunol, 

2008. 9(4): p. 353-9. 

140. Kong, S.W., et al., Heart failure-associated changes in RNA splicing of sarcomere 

genes. Circ Cardiovasc Genet, 2010. 3(2): p. 138-46. 

141. Davis, F.J., et al., Increased expression of alternatively spliced dominant-negative 

isoform of SRF in human failing hearts. Am J Physiol Heart Circ Physiol, 2002. 

282(4): p. H1521-33. 

142. Neagoe, C., et al., Titin isoform switch in ischemic human heart disease. 

Circulation, 2002. 106(11): p. 1333-41. 



122 

143. Giudice, J. and T.A. Cooper, RNA-binding proteins in heart development. Adv Exp 

Med Biol, 2014. 825: p. 389-429. 

144. Belanger, K., et al., CELF1 contributes to aberrant alternative splicing patterns in 

the type 1 diabetic heart. Biochem Biophys Res Commun, 2018. 503(4): p. 3205-

3211. 

145. Chang, K.T., et al., CELF1 Mediates Connexin 43 mRNA Degradation in Dilated 

Cardiomyopathy. Circ Res, 2017. 121(10): p. 1140-1152. 

146. Koshelev, M., et al., Heart-specific overexpression of CUGBP1 reproduces 

functional and molecular abnormalities of myotonic dystrophy type 1. Human 

molecular genetics, 2010. 19(6): p. 1066-75. 

147. Giudice, J., et al., Neonatal cardiac dysfunction and transcriptome changes caused 

by the absence of Celf1. Sci Rep, 2016. 6: p. 35550. 

148. Jeffrey, D.A. and C.C. Sucharov, CELF1 regulates gap junction integrity 

contributing to dilated cardiomyopathy. Noncoding RNA Investig, 2018. 2. 

149. Wang, G.S., et al., PKC inhibition ameliorates the cardiac phenotype in a mouse 

model of myotonic dystrophy type 1. The Journal of clinical investigation, 2009. 

119(12): p. 3797-806. 

150. Park, J.Y., et al., Comparative analysis of mRNA isoform expression in cardiac 

hypertrophy and development reveals multiple post-transcriptional regulatory 

modules. Plos One, 2011. 6(7): p. e22391. 

151. Wei, C., et al., Repression of the Central Splicing Regulator RBFox2 Is 

Functionally Linked to Pressure Overload-Induced Heart Failure. Cell Rep, 2015. 



123 

152. Verma, S.K., et al., Rbfox2 function in RNA metabolism is impaired in hypoplastic 

left heart syndrome patient hearts. Sci Rep, 2016. 6: p. 30896. 

153. Homsy, J., et al., De novo mutations in congenital heart disease with 

neurodevelopmental and other congenital anomalies. Science, 2015. 350(6265): p. 

1262-6. 

154. Jin, S.C., et al., Contribution of rare inherited and de novo variants in 2,871 

congenital heart disease probands. Nat Genet, 2017. 

155. Blech-Hermoni, Y., et al., CUG-BP, Elav-like family member 1 (CELF1) is 

required for normal myofibrillogenesis, morphogenesis, and contractile function in 

the embryonic heart. Dev Dyn, 2016. 245(8): p. 854-73. 

156. Blech-Hermoni, Y., S.J. Stillwagon, and A.N. Ladd, Diversity and conservation of 

CELF1 and CELF2 RNA and protein expression patterns during embryonic 

development. Dev Dyn, 2013. 242(6): p. 767-77. 

157. Kalsotra, A., et al., MicroRNAs coordinate an alternative splicing network during 

mouse postnatal heart development. Genes & Development, 2010. 24(7): p. 653-

658. 

158. Lee, J.E., et al., Systematic analysis of cis-elements in unstable mRNAs 

demonstrates that CUGBP1 is a key regulator of mRNA decay in muscle cells. 

PLoS One, 2010. 5(6): p. e11201. 

159. Rattenbacher, B., et al., Analysis of CUGBP1 targets identifies GU-repeat 

sequences that mediate rapid mRNA decay. Mol Cell Biol, 2010. 30(16): p. 3970-

80. 



124 

160. Dasgupta, T., S.J. Stillwagon, and A.N. Ladd, Gene expression analyses implicate 

an alternative splicing program in regulating contractile gene expression and 

serum response factor activity in mice. PLoS One, 2013. 8(2): p. e56590. 

161. Ladd, A.N., et al., Cardiac tissue-specific repression of CELF activity disrupts 

alternative splicing and causes cardiomyopathy. Molecular and cellular biology, 

2005. 25(14): p. 6267-78. 

162. Dasgupta, T., et al., Gene Expression Analyses during Spontaneous Reversal of 

Cardiomyopathy in Mice with Repressed Nuclear CUG-BP, Elav-Like Family 

(CELF) Activity in Heart Muscle. PLoS One, 2015. 10(4): p. e0124462. 

163. Fontes, M.S., et al., Functional consequences of abnormal Cx43 expression in the 

heart. Biochim Biophys Acta, 2012. 1818(8): p. 2020-9. 

164. Salameh, A., et al., The signal transduction cascade regulating the expression of 

the gap junction protein connexin43 by beta-adrenoceptors. Br J Pharmacol, 2009. 

158(1): p. 198-208. 

165. Meola, G. and R. Cardani, Myotonic dystrophies: An update on clinical aspects, 

genetic, pathology, and molecular pathomechanisms. Biochim Biophys Acta, 

2015. 1852(4): p. 594-606. 

166. Wang, G.-S., et al., PKC inhibition ameliorates the cardiac phenotype in a mouse 

model of myotonic dystrophy type 1. Journal of Clinical Investigation, 2009. 

119(12): p. 3797-3806. 

167. Lee, J.E. and T.A. Cooper, Pathogenic mechanisms of myotonic dystrophy. 

Biochem Soc Trans, 2009. 37(Pt 6): p. 1281-6. 



125 

168. Harcourt, B.E., S.A. Penfold, and J.M. Forbes, Coming full circle in diabetes 

mellitus: from complications to initiation. Nat Rev Endocrinol, 2013. 9(2): p. 113-

23. 

169. Garcia, M.J., et al., Morbidity and mortality in diabetics in the Framingham 

population. Sixteen year follow-up study. Diabetes, 1974. 23(2): p. 105-11. 

170. Boudina, S. and E.D. Abel, Diabetic cardiomyopathy revisited. Circulation, 2007. 

115(25): p. 3213-23. 

171. Zhang, J., et al., Polypyrimidine tract binding proteins (PTB) regulate the 

expression of apoptotic genes and susceptibility to caspase-dependent apoptosis in 

differentiating cardiomyocytes. Cell death and differentiation, 2009. 16(11): p. 

1460-8. 

172. Ye, J., et al., A pathway involving HDAC5, cFLIP and caspases regulates 

expression of the splicing regulator polypyrimidine tract binding protein in the 

heart. J Cell Sci, 2013. 126(Pt 7): p. 1682-91. 

173. Bahi, N., et al., Switch from caspase-dependent to caspase-independent death 

during heart development: essential role of endonuclease G in ischemia-induced 

DNA processing of differentiated cardiomyocytes. J Biol Chem, 2006. 281(32): p. 

22943-52. 

174. Llorian, M. and C.W. Smith, Decoding muscle alternative splicing. Current opinion 

in genetics & development, 2011. 21(4): p. 380-7. 

175. Mulligan, G.J., et al., Polypyrimidine tract binding protein interacts with sequences 

involved in alternative splicing of beta-tropomyosin pre-mRNA. The Journal of 

biological chemistry, 1992. 267(35): p. 25480-7. 



126 

176. Lin, Q., et al., Control of mouse cardiac morphogenesis and myogenesis by 

transcription factor MEF2C. Science, 1997. 276(5317): p. 1404-7. 

177. Fisher, S.A., B.L. Langille, and D. Srivastava, Apoptosis during cardiovascular 

development. Circ Res, 2000. 87(10): p. 856-64. 

178. Zhang, J., et al., Developmental silencing and independency from E2F of apoptotic 

gene expression in postmitotic tissues. FEBS Lett, 2007. 581(30): p. 5781-6. 

179. Shibayama, M., et al., Polypyrimidine tract-binding protein is essential for early 

mouse development and embryonic stem cell proliferation. FEBS J, 2009. 276(22): 

p. 6658-68. 

180. Belanger, K., et al., A developmentally regulated spliced variant of PTBP1 is 

upregulated in type 1 diabetic hearts. Biochem Biophys Res Commun, 2019. 

509(2): p. 384-389. 

181. Gao, C., et al., RBFox1-mediated RNA splicing regulates cardiac hypertrophy and 

heart failure. J Clin Invest, 2016. 126(1): p. 195-206. 

182. Wei, C., et al., RBFox2 Binds Nascent RNA to Globally Regulate Polycomb 

Complex 2 Targeting in Mammalian Genomes. Mol Cell, 2016. 62(6): p. 875-89. 

183. Hu, J., et al., RBFox2-miR-34a-Jph2 axis contributes to cardiac decompensation 

during heart failure. Proc Natl Acad Sci U S A, 2019. 116(13): p. 6172-6180. 

184. Stagg, M.A., et al., Cytoskeletal protein 4.1R affects repolarization and regulates 

calcium handling in the heart. Circ Res, 2008. 103(8): p. 855-63. 

185. Bennett, V. and A.J. Baines, Spectrin and ankyrin-based pathways: metazoan 

inventions for integrating cells into tissues. Physiol Rev, 2001. 81(3): p. 1353-92. 



127 

186. Hayakawa, M., et al., Muscle-specific exonic splicing silencer for exon exclusion 

in human ATP synthase gamma-subunit pre-mRNA. J Biol Chem, 2002. 277(9): p. 

6974-84. 

187. Bienengraeber, M., et al., ABCC9 mutations identified in human dilated 

cardiomyopathy disrupt catalytic KATP channel gating. Nat Genet, 2004. 36(4): p. 

382-7. 

188. Aguilar, F., et al., Mammalian enabled (Mena) is a critical regulator of cardiac 

function. Am J Physiol Heart Circ Physiol, 2011. 300(5): p. H1841-52. 

189. Gallagher, T.L., et al., Rbfox-regulated alternative splicing is critical for zebrafish 

cardiac and skeletal muscle functions. Developmental biology, 2011. 359(2): p. 

251-61. 

190. Maahs, D.M., et al., Epidemiology of type 1 diabetes. Endocrinol Metab Clin North 

Am, 2010. 39(3): p. 481-97. 

191. American Diabetes, A., Diagnosis and classification of diabetes mellitus. Diabetes 

Care, 2009. 32 Suppl 1: p. S62-7. 

192. Salsali, A. and M. Nathan, A review of types 1 and 2 diabetes mellitus and their 

treatment with insulin. Am J Ther, 2006. 13(4): p. 349-61. 

193. DeFronzo, R.A., et al., Type 2 diabetes mellitus. Nat Rev Dis Primers, 2015. 1: p. 

15019. 

194. Leon, B.M. and T.M. Maddox, Diabetes and cardiovascular disease: 

Epidemiology, biological mechanisms, treatment recommendations and future 

research. World J Diabetes, 2015. 6(13): p. 1246-58. 



128 

195. Feinstein, J.A., et al., Hypoplastic left heart syndrome: current considerations and 

expectations. J Am Coll Cardiol, 2012. 59(1 Suppl): p. S1-42. 

196. Morris, S.A., et al., Prenatal diagnosis, birth location, surgical center, and 

neonatal mortality in infants with hypoplastic left heart syndrome. Circulation, 

2014. 129(3): p. 285-92. 

197. Boneva, R.S., et al., Mortality associated with congenital heart defects in the 

United States: trends and racial disparities, 1979-1997. Circulation, 2001. 

103(19): p. 2376-81. 

198. Leirgul, E., et al., Birth prevalence of congenital heart defects in Norway 1994-

2009--a nationwide study. Am Heart J, 2014. 168(6): p. 956-64. 

199. Ghanayem, N.S., et al., Interstage mortality after the Norwood procedure: Results 

of the multicenter Single Ventricle Reconstruction trial. J Thorac Cardiovasc Surg, 

2012. 144(4): p. 896-906. 

200. Benson, D.W., L.J. Martin, and C.W. Lo, Genetics of Hypoplastic Left Heart 

Syndrome. J Pediatr, 2016. 173: p. 25-31. 

201. Yagi, H., et al., The Genetic Landscape of Hypoplastic Left Heart Syndrome. 

Pediatr Cardiol, 2018. 39(6): p. 1069-1081. 

202. Liu, X., et al., The complex genetics of hypoplastic left heart syndrome. Nat Genet, 

2017. 49(7): p. 1152-1159. 

203. Soemedi, R., et al., Contribution of global rare copy-number variants to the risk of 

sporadic congenital heart disease. Am J Hum Genet, 2012. 91(3): p. 489-501. 

204. Charlet, B.N., et al., Dynamic antagonism between ETR-3 and PTB regulates cell 

type-specific alternative splicing. Molecular cell, 2002. 9(3): p. 649-58. 



129 

205. Zhang, Y., et al., Alternative mRNA splicing produces a novel biologically active 

short isoform of PGC-1alpha. The Journal of biological chemistry, 2009. 284(47): 

p. 32813-26. 

206. Ohsawa, N., et al., ABLIM1 splicing is abnormal in skeletal muscle of patients with 

DM1 and regulated by MBNL, CELF and PTBP1. Genes Cells, 2015. 20(2): p. 121-

34. 

207. Gromak, N., et al., Antagonistic regulation of alpha-actinin alternative splicing by 

CELF proteins and polypyrimidine tract binding protein. RNA, 2003. 9(4): p. 443-

56. 

208. Sureau, A., et al., CELF and PTB proteins modulate the inclusion of the beta-

tropomyosin exon 6B during myogenic differentiation. Exp Cell Res, 2011. 317(1): 

p. 94-106. 

209. Anders, S., P.T. Pyl, and W. Huber, HTSeq--a Python framework to work with high-

throughput sequencing data. Bioinformatics, 2015. 31(2): p. 166-9. 

210. Sharma, S., P.G. Jackson, and J. Makan, Cardiac troponins. J Clin Pathol, 2004. 

57(10): p. 1025-6. 

211. Ladd, A.N., et al., Dynamic balance between activation and repression regulates 

pre-mRNA alternative splicing during heart development. Developmental 

dynamics : an official publication of the American Association of Anatomists, 

2005. 233(3): p. 783-93. 

212. Jin, J.P., Alternative RNA splicing-generated cardiac troponin T isoform switching: 

a non-heart-restricted genetic programming synchronized in developing cardiac 



130 

and skeletal muscles. Biochemical and biophysical research communications, 

1996. 225(3): p. 883-9. 

213. Lavine, K.J., et al., Endocardial and epicardial derived FGF signals regulate 

myocardial proliferation and differentiation in vivo. Dev Cell, 2005. 8(1): p. 85-

95. 

214. Gazzara, M.R., et al., Ancient antagonism between CELF and RBFOX families 

tunes mRNA splicing outcomes. Genome Res, 2017. 

215. El-Beblawy, N.M., et al., Serum and Urinary Orosomucoid in Young Patients With 

Type 1 Diabetes: A Link Between Inflammation, Microvascular Complications, and 

Subclinical Atherosclerosis. Clin Appl Thromb Hemost, 2016. 22(8): p. 718-726. 

216. Schneider, A.L. and J.I. Barzilay, Diabetes, the brain, and cognition: More clues 

to the puzzle. Neurology, 2016. 87(16): p. 1640-1641. 

217. Coppini, D.V., Enigma of painful diabetic neuropathy: can we use the basic 

science, research outcomes and real-world data to help improve patient care and 

outcomes? Diabet Med, 2016. 33(11): p. 1477-1482. 

218. Caprio, S., et al., Cardiovascular complications of diabetes. Diabetologia, 1997. 40 

Suppl 3: p. B78-82. 

219. Bugger, H. and E.D. Abel, Molecular mechanisms of diabetic cardiomyopathy. 

Diabetologia, 2014. 57(4): p. 660-71. 

220. Miki, T., et al., Diabetic cardiomyopathy: pathophysiology and clinical features. 

Heart Fail Rev, 2013. 18(2): p. 149-66. 

221. Mizamtsidi, M., et al., Diabetic cardiomyopathy: a clinical entity or a cluster of 

molecular heart changes? Eur J Clin Invest, 2016. 46(11): p. 947-953. 



131 

222. Arikawa, E., et al., Effects of insulin replacements, inhibitors of angiotensin, and 

PKCbeta's actions to normalize cardiac gene expression and fuel metabolism in 

diabetic rats. Diabetes, 2007. 56(5): p. 1410-20. 

223. Nutter, C.A., et al., Dysregulation of RBFOX2 Is an Early Event in Cardiac 

Pathogenesis of Diabetes. Cell Rep, 2016. 15(10): p. 2200-2213. 

224. Nutter, C.A. and M.N. Kuyumcu-Martinez, Emerging roles of RNA-binding 

proteins in diabetes and their therapeutic potential in diabetic complications. 

Wiley Interdiscip Rev RNA, 2018. 9(2). 

225. Cooper, T.A., Alternative splicing regulation impacts heart development. Cell, 

2005. 120(1): p. 1-2. 

226. Kalsotra, A., et al., A postnatal switch of CELF and MBNL proteins reprograms 

alternative splicing in the developing heart. Proceedings of the National Academy 

of Sciences of the United States of America, 2008. 105(51): p. 20333-8. 

227. Ladd, A.N., N. Charlet, and T.A. Cooper, The CELF family of RNA binding 

proteins is implicated in cell-specific and developmentally regulated alternative 

splicing. Molecular and cellular biology, 2001. 21(4): p. 1285-96. 

228. Chaudhury, A., et al., CELF1 is a central node in post-transcriptional regulatory 

programmes underlying EMT. Nat Commun, 2016. 7: p. 13362. 

229. Konig, J., et al., Protein-RNA interactions: new genomic technologies and 

perspectives. Nat Rev Genet, 2012. 13(2): p. 77-83. 

230. van Rooij, E., et al., Myocyte enhancer factor 2 and class II histone deacetylases 

control a gender-specific pathway of cardioprotection mediated by the estrogen 

receptor. Circulation research, 2010. 106(1): p. 155-65. 



132 

231. Chang, S., et al., Histone deacetylase 7 maintains vascular integrity by repressing 

matrix metalloproteinase 10. Cell, 2006. 126(2): p. 321-34. 

232. Pugh, R.J., et al., Transmembrane Protein 184A Is a Receptor Required for 

Vascular Smooth Muscle Cell Responses to Heparin. J Biol Chem, 2016. 291(10): 

p. 5326-41. 

233. Evsyukova, I., et al., Cleavage and polyadenylation specificity factor 1 (CPSF1) 

regulates alternative splicing of interleukin 7 receptor (IL7R) exon 6. RNA, 2013. 

19(1): p. 103-15. 

234. Gazzara, M.R., et al., Ancient antagonism between CELF and RBFOX families 

tunes mRNA splicing outcomes. Genome Res, 2017. 27(8): p. 1360-1370. 

235. Aneja, A., et al., Diabetic cardiomyopathy: insights into pathogenesis, diagnostic 

challenges, and therapeutic options. Am J Med, 2008. 121(9): p. 748-57. 

236. Ferrannini, E. and W.C. Cushman, Diabetes and hypertension: the bad 

companions. Lancet, 2012. 380(9841): p. 601-10. 

237. Harcourt, B.E., S.A. Penfold, and J.M. Forbes, Coming full circle in diabetes 

mellitus: from complications to initiation. Nature reviews. Endocrinology, 2013. 

9(2): p. 113-23. 

238. Xue, Y., et al., Genome-wide analysis of PTB-RNA interactions reveals a strategy 

used by the general splicing repressor to modulate exon inclusion or skipping. 

Molecular cell, 2009. 36(6): p. 996-1006. 

239. Southby, J., C. Gooding, and C.W. Smith, Polypyrimidine tract binding protein 

functions as a repressor to regulate alternative splicing of alpha-actinin mutally 

exclusive exons. Mol Cell Biol, 1999. 19(4): p. 2699-711. 



133 

240. Llorian, M., et al., Position-dependent alternative splicing activity revealed by 

global profiling of alternative splicing events regulated by PTB. Nature structural 

& molecular biology, 2010. 17(9): p. 1114-23. 

241. Wollerton, M.C., et al., Differential alternative splicing activity of isoforms of 

polypyrimidine tract binding protein (PTB). RNA, 2001. 7(6): p. 819-32. 

242. Keppetipola, N.M., et al., Multiple determinants of splicing repression activity in 

the polypyrimidine tract binding proteins, PTBP1 and PTBP2. RNA, 2016. 22(8): 

p. 1172-80. 

243. Kalsotra, A. and T.A. Cooper, Functional consequences of developmentally 

regulated alternative splicing. Nature reviews. Genetics, 2011. 12(10): p. 715-29. 

244. Vuong, J.K., et al., PTBP1 and PTBP2 Serve Both Specific and Redundant 

Functions in Neuronal Pre-mRNA Splicing. Cell Rep, 2016. 17(10): p. 2766-2775. 

245. Sauliere, J., et al., The polypyrimidine tract binding protein (PTB) represses 

splicing of exon 6B from the beta-tropomyosin pre-mRNA by directly interfering 

with the binding of the U2AF65 subunit. Mol Cell Biol, 2006. 26(23): p. 8755-69. 

246. Linares, A.J., et al., The splicing regulator PTBP1 controls the activity of the 

transcription factor Pbx1 during neuronal differentiation. Elife, 2015. 4: p. e09268. 

247. Hu, Z., M.C. Liang, and T.W. Soong, Alternative Splicing of L-type CaV1.2 

Calcium Channels: Implications in Cardiovascular Diseases. Genes (Basel), 2017. 

8(12). 

248. Zhang, X., et al., Cell-Type-Specific Alternative Splicing Governs Cell Fate in the 

Developing Cerebral Cortex. Cell, 2016. 166(5): p. 1147-1162 e15. 



134 

249. Chen, M., J. Zhang, and J.L. Manley, Turning on a fuel switch of cancer: hnRNP 

proteins regulate alternative splicing of pyruvate kinase mRNA. Cancer research, 

2010. 70(22): p. 8977-80. 

250. Frey, N. and E.N. Olson, Cardiac hypertrophy: the good, the bad, and the ugly. 

Annu Rev Physiol, 2003. 65: p. 45-79. 

251. Srivastava, P.M., et al., Prevalence and predictors of cardiac hypertrophy and 

dysfunction in patients with Type 2 diabetes. Clin Sci (Lond), 2008. 114(4): p. 313-

20. 

252. Gooding, C. and C.W. Smith, Tropomyosin exons as models for alternative 

splicing. Advances in experimental medicine and biology, 2008. 644: p. 27-42. 

253. Bruneau, B.G., The developing heart and congenital heart defects: a make or break 

situation. Clin Genet, 2003. 63(4): p. 252-61. 

254. Bruneau, B.G., The developmental genetics of congenital heart disease. Nature, 

2008. 451(7181): p. 943-8. 

255. Srivastava, D., Making or breaking the heart: from lineage determination to 

morphogenesis. Cell, 2006. 126(6): p. 1037-48. 

256. Lindsey, S.E., et al., Growth and hemodynamics after early embryonic aortic arch 

occlusion. Biomech Model Mechanobiol, 2015. 14(4): p. 735-51. 

257. Yashiro, K., H. Shiratori, and H. Hamada, Haemodynamics determined by a genetic 

programme govern asymmetric development of the aortic arch. Nature, 2007. 

450(7167): p. 285-8. 



135 

258. deAlmeida, A., T. McQuinn, and D. Sedmera, Increased ventricular preload is 

compensated by myocyte proliferation in normal and hypoplastic fetal chick left 

ventricle. Circ Res, 2007. 100(9): p. 1363-70. 

259. Harh, J.Y., et al., Experimental production of hypoplastic left heart syndrome in the 

chick embryo. Am J Cardiol, 1973. 31(1): p. 51-6. 

260. Czosek, R.J., et al., Staged palliation of hypoplastic left heart syndrome: trends in 

mortality, cost, and length of stay using a national database from 2000 through 

2009. Am J Cardiol, 2013. 111(12): p. 1792-9. 

261. Newburger, J.W., et al., Early developmental outcome in children with hypoplastic 

left heart syndrome and related anomalies: the single ventricle reconstruction trial. 

Circulation, 2012. 125(17): p. 2081-91. 

262. Dean, P.N., et al., Inpatient costs and charges for surgical treatment of hypoplastic 

left heart syndrome. Pediatrics, 2011. 128(5): p. e1181-6. 

263. Menon, S.C., et al., Clinical outcomes and resource use for infants with hypoplastic 

left heart syndrome during bidirectional Glenn: summary from the Joint Council 

for Congenital Heart Disease National Pediatric Cardiology Quality Improvement 

Collaborative registry. Pediatr Cardiol, 2013. 34(1): p. 143-8. 

264. Ricci, M., et al., Myocardial alternative RNA splicing and gene expression profiling 

in early stage hypoplastic left heart syndrome. PloS one, 2012. 7(1): p. e29784. 

265. Glessner, J.T., et al., Increased frequency of de novo copy number variants in 

congenital heart disease by integrative analysis of single nucleotide polymorphism 

array and exome sequence data. Circ Res, 2014. 115(10): p. 884-96. 



136 

266. Nutter, C.A., et al., Developmentally regulated alternative splicing is perturbed in 

type 1 diabetic skeletal muscle. Muscle Nerve, 2017. 56(4): p. 744-749. 

267. Li, J. and P. Yu, Genome-wide transcriptome analysis identifies alternative splicing 

regulatory network and key splicing factors in mouse and human psoriasis. Sci 

Rep, 2018. 8(1): p. 4124. 

268. Dobin, A., et al., STAR: ultrafast universal RNA-seq aligner. Bioinformatics, 2013. 

29(1): p. 15-21. 

269. Hsu, F., et al., The UCSC Known Genes. Bioinformatics, 2006. 22(9): p. 1036-46. 

270. Yu, P. and C.A. Shaw, An efficient algorithm for accurate computation of the 

Dirichlet-multinomial log-likelihood function. Bioinformatics, 2014. 30(11): p. 

1547-54. 

271. Katz, Y., et al., Analysis and design of RNA sequencing experiments for identifying 

isoform regulation. Nat Methods, 2010. 7(12): p. 1009-15. 

272. Anders, S. and W. Huber, Differential expression analysis for sequence count data. 

Genome Biol, 2010. 11(10): p. R106. 

273. Nesvizhskii, A.I., et al., A statistical model for identifying proteins by tandem mass 

spectrometry. Anal Chem, 2003. 75(17): p. 4646-58. 

 

  



137 

Vita 

NAME: KarryAnne Belanger 

BIOGRAPHICAL:   

Citizenship: United States 

Address: 210 Post Office Street #A207 

  Galveston, TX 77550 

Date of Birth: June 1, 1992 

Place of Birth: Exeter, NH 

EDUCATION:  

9/2014 - present    PhD Candidate Biochemistry and Molecular Biology 

     University of Texas Medical Branch 

     Galveston, TX 

     Anticipated graduation:  May 2019 

8/2010 – 6/2014         B.A.  Biology 

     Wheaton College 

     Norton, MA 

PROFESSIONAL WORK HISTORY AND TEACHING EXPERIENCE: 

5/2017- present Graduate Assistant 

    Laboratory of Muge N. Kuyumcu-Martinez, Ph.D. 

    University of Texas Medical Branch 

    Galveston, TX 

8/2016 – 8/2018 Tutor-Sealy Center for Environmental Health & Medicine 

    University of Texas Medical Branch 



138 

    Galveston, TX 

05/2018 – 08/2018 Freelance Writer 

    BioNews Services 

02/2018 – 05/2018 Global Scholar (consultant/contributing writer) 

    PreScouter, Inc. 

12/2015 – 05/2017 Graduate Assistant 

    Laboratory of Bill T. Ameredes, Ph.D. 

    University of Texas Medical Branch 

    Galveston, TX 

 6/2016 – 8/2016 Course Co-director 

    Introduction to the Study of Biological Systems 

    University of Texas Medical Branch 

    Galveston, TX 

6/2014 – 8/2014 Course Instructor 

   Fizz, Bang, Pop 

   Exploration Summer Programs 

   Norton, MA 

1/2011 – 6/2014 Associate Manager 

   Wheaton College Technology Support 

   Norton, MA 

6/2013 – 8/2013 Summer Undergraduate Research Program Intern 

   University of Texas Medical Branch 

   Galveston, TX 



139 

6/2012 - 8/2012 Summer Undergraduate Research Program Intern 

   University of Texas Medical Branch 

   Galveston, TX 

RESEARCH ACTIVITIES: 

A. Areas of Interest: 

1. RNA metabolism in cardiovascular development and disease. 

2. Regulation of alternative splicing by RNA binding proteins. 

B. Grant Support 

1. American Heart Association pre-doctoral fellowship 

2. NIEHS Predoctoral Fellow: NIEHS Training Grant (T32-ES07254), 2015-

2017 

3. Graduate Assistantship: Graduate School of Biomedical Sciences; 

University of Texas Medical Branch, 2014-2015 

COMMITTEE RESPONSIBILITIES: 

Wheaton College Alternative Winter Break Club 2010-2014 

    Organization Chair 

 Wheaton College  Best Buds Club 2010-2012 

    Treasurer 

 UTMB   Global Brigades 2015-2017 

    Fundraising Chair 

 UTMB   Biological Chemistry Student Organization 2016-2017 

    Secretary 

 UTMB   BMB Curriculum Committee 



140 

    Member  

TEACHING RESPONSIBILITIES AT UTMB 

A. Teaching: Graduate School (GSBS) 

6/2016 – 8/2016 Course Co-Director 

   Introduction to the Study of Biological Systems 

9/2018 – present Small group facilitator 

   Biochemistry 

B. Students/Mentees/Advisees/Trainees 

9/2016 – 6/2017 Yunhao Yang  High School Student 

9/2017 – 10/2017 John Miller  PhD Rotation Student 

9/2017 - 5/2018 Peiru Liu  High School Student 

5/2018 - 7/2018 Bobby Varghese Medical Summer Student 

5/2018 - 7/2018 Micah Kerney  Medical Summer Student 

3/2018 - 5/2018 Amy Cooper  PhD Rotation Student 

5/2018 - 1/2019 Xianxiu Wan  Post-doc 

1/2019 - 3/2019 Dolores Quiroz PhD Rotation Student 

MEMBERSHIP IN SCIENTIFIC SOCIETIES/PROFESSIONAL 

ORGANIZATIONS:  

2013-2014  Beta Beta Beta National Biological Honor Society 

2014-2017  American Academy of Allergy Asthma and Immunology 

2016-2017  The Society of Toxicology 

2013-2018  Sigma Xi 

2016-present  The National Society of Leadership and Success 



141 

2017-present  American Heart Association 

2018-present  American Medical Writers Association 

HONORS:  

2012 Institute for Human Infection and Immunity Award for Research 

Excellence     

 2016 Elias Hochman Research Award 

 2016 Dr. Mary Faggard Kanz Travel Award for Environmental Toxicology 

 2016 UTMB Legator Endowment Travel Award 

2017 Achieving Data Quality and Integrity in Maximum Containment 

Laboratories Scholarship 

2017  UTMB Center for Global Health Education Field Epidemiology Course 

Scholarship 

2017 Jane Welsh Award for Excellence in Cardiovascular Research 

2017 Elferink Scholarship for Academic Excellence 

2018 The National Society of Leadership and Success dream support grant 

2018 Jane Welsh Award for Excellence in Cardiovascular Research 

2018 Betty J. William Scholarship 

2018 Barbara Bowman Graduate Student Award 

   

PUBLICATIONS: 

Papers 

1. KarryAnne K. Belanger, Bill T. Ameredes, Istvan Boldogh, and 

Leopoldo Aguilera-Aguirre, “The Potential Role of 8-Oxoguanine DNA 



142 

Glycosylase-Driven DNA Base Excision Repair in Exercise-Induced 

Asthma,” Mediators of Inflammation, vol. 2016, Article ID 3762561, 15 

pages, 2016. doi:10.1155/2016/3762561 

2. Bing Tian, Igor Patrikeev, Lorenzo Ochoa, Gracie Vargas, KarryAnne K. 

Belanger, Julia Litvinov, Istvan Boldogh, Bill T Ameredes, Massoud 

Motamedi, and Allan R Brasier. “NFκB Mediates Mesenchymal 

Transition, Remodeling and Pulmonary Fibrosis in Response to Chronic 

Inflammation by Viral RNA Patterns”. American Journal of Respiratory 

Cell and Molecular Biology, 56, pp. 506-520, 2017. doi: 

10.1165/rcmb.2016-0259OC. Pubmed: 27911568. 

3. KarryAnne Belanger, Curtis Nutter, Jin Li, Sadia Tasnim, Peiru Lu, 

Peng Yu, Muge N. Kuyumcu-Martinez. “Celf1 contributes to aberrant 

alternative splicing patterns in the type 1 diabetic heart”. Biochemical and 

Biophysical Research Communication, Volume 503, Issue 4, 2018, Pages 

3205-3211, 2018. Doi: 10.1016/j.bbrc.2018.08.126. 

4. KarryAnne Belanger, Curtis A. Nutter, Jin Li, Peng Yu, Muge N. 

Kuyumcu-Martinez. “A developmentally regulated spliced variant of 

PTBP1 is upregulated in type 1 diabetic hearts”. Biochemical and 

Biophysical Research Communications, Volume 509, Issue 2, 2019, Pages 

384-389. Doi: 10.1016/j.bbrc.2018.12.150. 

Abstracts  

1. Belanger K, Jazmin R, and Ameredes BT.  2015.  Decreases in GM-CSF 

Release and Intracellular Levels of GM-CSF by Human Airway Smooth 



143 

Muscle Cells in Response to Carbon Monoxide and Anoxia.  J. Allergy Clin. 

Immunol.  

2. Belanger KK, Spear WC, Rolls BA, Miller SD, Tian B, Vargas G, Motamedi 

M, Boldogh I, Brasier AR, Ameredes BT. 2016. Modulation of IL-6 Release 

Subsequent to Airway Poly I:C Administration. J. Allergy Clin. Immunol. 

3. W.C. Spear, MS; K.K. Belanger BS; S.D. Miller, BS; I. Patrikeev, PhD; M. 

Motamedi, PhD; K.V. Ramana, PhD, S.K. Srivastava, PhD, B.T. Ameredes, 

MS, PhD. 2016. Fidarestat decreases allergic sinus congestion.  

4. K. K. Belanger, B. Tian, A. R. Brasier, B. T. Ameredes. 2017. Inhibition of 

IL-6 release in vitro by in vivo administration of an IKK inhibitor in mice 

with lung fibrosis induced by Poly I:C. J. Allergy Clin. Immunol. J. Allergy 

Clin. Immunol. 

5. J. Litvinov, I. Patrikeev, W.C. Spear, K.K. Belanger, B. Tian, L.M. Hallberg, 

M. Motamedi, A.R. Brasier, B.T. Ameredes. 2018. A tissue density-based 

microCT analysis of whole lung remodeling in vivo. American Thoracic 

Society. 

6. KarryAnne Belanger, Curtis Nutter, Jin Li, Sadia Tasnim, Peng Yu, Muge 

N. Kuyumcu-Martinez. 2018. “PTBP1, RBFOX2 and CELF1 control 

developmentally regulated alternative splicing transitions in the diabetic 

heart”. Cardiovascular Research Institute (CVRI) Symposium. 

 

 

KarryAnne Belanger wrote this dissertation. 


