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Summary

Deep learning models have demonstrated remarkable potential across various domains, including
biology. Despite this, scientists and clinicians face significant challenges when using these tools
in practice. One major concern is that biological systems are inherently complex, raising doubts
about whether even the most advanced models can fully capture their intricacies. Additionally,
the “black box” nature of these million-parameter models poses a barrier to researchers seeking
not only accurate predictions but also mechanistic understanding.

This thesis investigates the practical applications of deep learning models within research
contexts. It specifically focuses on models trained on genomic sequences to predict RNA splicing,
the domain of application for this work. The research addresses two key challenges: variant effect
prediction, which serves as a practical application to assess model performance, and model
interpretability, which aims to advance scientific understanding of the underlying mechanisms
of RNA splicing.

We first addressed the problem of predicting the effects of variants that affect splicing in deep
intronic regions, which are often ignored in genetic tests but now are recognized as important.
Through a comprehensive evaluation of state-of-the-art computational models on curated
datasets of disease-causing deep intronic variants, we revealed the strengths and limitations
of these methods. In particular, we found that pure sequence-based deep learning models, like
SpliceAl and Pangolin, were effective in variant prediction and that models combining SpliceAl
predictions with additional features did not improve performance. Nevertheless, we showed that
regardless of the model, there is still room for improvement, especially for variants disrupting
splicing regulatory elements, which were often misclassified.

For model interpretability, we conducted an in-depth analysis of SpliceAl to uncover
its learned representations of RNA splicing mechanisms. Through large-scale ablation
experiments, we investigated SpliceAl’s ability to study alternative splicing. Our findings
showed that SpliceAl distinguishes between constitutive and alternatively spliced exons and
uses RNA-binding protein motifs as features for its predictions. However, we also highlight

some limitations and cautions for its use in such analyses.
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We further explored model interpretability by developing strategies to study deep learning
models and splicing locally, at the individual exon level. We combined genetic programming
algorithms with domain-aware grammars to produce semantically-rich synthetic datasets,
demonstrating their suitability for local explainable Al in genomics. Additionally, we highlighted
the expressive power of grammars in enabling the design of in silico experiments, using the deep
learning model as an oracle. These concepts were integrated into a software, designed for
splicing-related experiments, assuming the deep learning model accurately reflects the biological
processes involved.

In conclusion, this thesis demonstrated both the potential and current limitations of using
deep learning models as research tools for studying RNA splicing. This work also contributed
open-source software and placed a strong focus on reproducibility, ensuring that this research
can be adopted and extended by the broader scientific community.

Keywords: Deep Learning, RNA Splicing, Variant Effect Prediction, Explainable Al,
Genetic Programming
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Resumo

Os modelos de deep learning tém mostrado um grande potencial em varias areas, incluindo
a biologia. No entanto, cientistas e clinicos enfrentam varios desafios na aplicagdo real destes
modelos. Por exemplo, dada a elevada complexidade dos sistemas biolégicos, é dificil perceber se
estes modelos prevém com qualidade todas as suas nuances. Além disso, a falta de transparéncia
destes modelos, que normalmente sdo compostos por milhdes de pardmetros, carrega desafios
adicionais para os investigadores que procuram compreender os mecanismos subjacentes as suas
previsoes.

Esta tese investiga as aplicacOes préaticas de modelos de deep learning no contexto da
investigacao cientifica. Em particular, foca-se em modelos treinados a partir de sequéncias
genémicas para prever o splicing do RNA, o dominio de aplicagdo deste trabalho. A investigagdo
aborda dois desafios principais: a previsao dos efeitos de variantes genéticas, que serve como
uma aplicacdo pratica para avaliar o desempenho dos modelos, e a interpretabilidade, que visa
avancar o conhecimento cientifico sobre o splicing do RNA.

Em primeiro lugar, aborddmos o problema de prever o impacto de variantes que afetam o
splicing e se localizam em regioes intronicas do genoma, regides estas frequentemente ignoradas
em testes genéticos mas agora reconhecidas como importantes. Para tal, fizemos uma curacao
manual de variantes intronicas causadoras de doenca e usamos estes dados para avaliar dezenas
de modelos computacionais na sua capacidade de previsdo, revelando as suas vantagens e
limitacbes. Em particular, descobrimos que os modelos de deep learning baseados apenas em
sequéncias, como o SpliceAl e Pangolin, foram eficazes na previsdo de variantes. Modelos
que combinam previsdes do SpliceAl com atributos (features) adicionais ndo melhoraram o
desempenho. No entanto, independentemente do modelo, mostramos que ainda ha espaco
para melhorias nesta tarefa, especialmente em variantes que afetam a afinidade da ligacao de
elementos reguladores do splicing.

Relativamente & interpretabilidade dos modelos, conduzimos uma analise mais detalhada do
SpliceAl para investigar as representacoes sobre mecanismos de splicing que o modelo aprendeu.
Para tal, conduzimos estudos de perturbagoes ao modelo para perceber a capacidade do SpliceAl
de estudar splicing alternativo. Os resultados mostraram que o modelo é capaz de distinguir



entre exdes constitutivos e alternativos e que usa locais de ligacdo (motivos) de proteinas
reguladoras do splicing como features nas suas previsdes. No entanto, reveldmos também
algumas limitagdes do SpliceAl e consideragoes a ter no seu uso em andlises semelhantes.

De seguida, desenvolvemos estratégias para estudar localmente modelos de deep learning que
prevém splicing, isto é, ao nivel do exdo individual. Combindmos algoritmos de programacao
genética com gramaticas direcionadas ao dominio para gerar dados sintéticos que cobrem o
espago semantico do modelo, demonstrando o seu potencial para serem usados em Inteligéncia
Artificial explicavel no contexto da gendémica. Também destacdmos o poder expressivo das
graméaticas no design de experiéncias in silico, usando o modelo de deep learning como fonte
the conhecimento. Estes conceitos foram integrados num software, com o objetivo de fazer
experiéncias computacionais relacionadas com o splicing, assumindo que o modelo de deep
learning reflete com precisdo os processos biolégicos envolvidos.

Esta tese demonstrou o potencial e as limitacoes atuais do uso de modelos de deep learning
como ferramentas de investigacdo para o estudo do splicing do RNA. O trabalho resultou em
software de coédigo aberto e prioritizou a reprodutibilidade, permitindo assim & comunidade

cientifica avancar a investigacdo na area tendo em conta os conceitos apresentados.

Palavras Chave: Deep Learning, Splicing do RNA, Previsdo de Variantes Genéticas, TA
Explicavel, Programagao Genética.
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Resumo Alargado

Os modelos de deep learning estdo a transformar a investigagdo na area da biologia. Modelos
treinados a partir de sequéncias gendémicas conseguem prever com alta precisdo varios
mecanismos moleculares que ocorrem nas células. No entanto, dada a sua complexidade, é um
desafio dissecar o que aprendem e se tal pode ser utilizado para avangar o conhecimento cientifico
nas ciéncias da vida. Este trabalho explora a possibilidade de utilizar inteligéncia artificial como
um recurso para otimizar experiéncias laboratoriais ou gerar novas hipéteses cientificas. Como
dominio de aplicagdo, a tese foca-se no splicing do RNA, um mecanismo molecular essencial na
regulacao da expressao genética.

O splicing é um passo fundamental no processamento do RNA que consiste na remocao de
sequéncias ndo codificantes - os intrdes - e subsequente ligacdo das regides codificantes - os exoes
- numa sequéncia contigua que serve de base para a traducdo do RNA mensageiro em proteinas.
O splicing é molecularmente complexo, regulado por centenas de proteinas que coordenam entre
si as diferentes fases do processo, e que estd longe de ser totalmente compreendido.

O primeiro objetivo foi compreender como é que estes modelos prevéem o impacto de
variantes genéticas que influenciam o mecanismo do splicing. A releviancia desta tarefa é grande,
pois estima-se que até 50% das variantes genéticas causadoras de doenca afetam o splicing.
Se os modelos previrem com precisdo estas variantes, podem ser usados na pratica clinica
para a prioritizacao de candidatos identificados em testes genéticos, podendo contribuir para
a personalizacao da terapia oferecida ao paciente.

Para a execugdo deste objetivo, focamo-nos no levantamento dos modelos existentes
adaptados a essa tarefa, e na curagdo de dados (variantes) que permitam a sua avaliagao
(benchmarking). Quanto & primeira vertente, identificAmos diversos modelos passiveis de
avaliacdo, sendo estes bastante heterogéneos no seu funcionamento e input que recebem. Neste
sentido, implementamos uma ferramenta para processar variantes em formato VCF e criar o
input correto para um conjunto de modelos. Além disso, desenvolvemos um software - VETA -
que automatiza a comparagao dos modelos na tarefa de avaliar o efeito de variantes genéticas.

Relativamente & curacao de dados, debrugamo-nos em identificar variantes que se localizam
em regides intronicas dos genes, pois estas s@o regides tradicionalmente ignoradas nos testes
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genéticos, mas que atualmente tém uma importancia reconhecida na regulacado do splicing. De
forma a adicionar maior novidade ao trabalho, fizemos um esforco para agrupar as variantes
identificadas de acordo com o mecanismo molecular afetado. Por exemplo, uma variante que
cria um splice donor é diferente duma variante que destréi o sinal de branchpoint. Assim sendo,
para além duma avaliacdo destes modelos de previsao a nivel geral, executamos comparacoes
especificas a cada tipo de variante, a um nivel de resolucdo nunca antes realizado.

Os resultados da avaliacdo demonstraram que modelos de deep learning treinados apenas
em sequéncias, como o SpliceAl e Pangolin, foram os mais eficazes na previsdo do impacto
de variantes de splicing intrénicas. Observamos ainda que a combinacado de previsoes do
SpliceAl com atributos (features) adicionais nao melhoraram o seu desempenho. No entanto,
independentemente do modelo avaliado, demonstramos que ainda existe margem para melhoria
nesta tarefa, especialmente em variantes que afetam a afinidade da ligacdo de elementos
reguladores do splicing. Além disso, revelamos o balanco entre o desempenho dos modelos
e a sua interpretabilidade intrinseca. Modelos treinados com dados tabulares (p.e. SPiP e
SQUIRLS) e com foco em interpretabilidade revelaram um desempenho pior comparativamente
a redes neuronais convolucionais como o SpliceAl e Pangolin.

O segundo grande objetivo deste trabalho foi estudar a interpretabilidade de modelos vistos
como caixas negras, em particular o SpliceAl. A estratégia mais comum para explicar as previsoes
destes modelos implica o uso de técnicas que analisam o gradiente do modelo em relagdo a
sequéncia de input, atribuindo uma importéncia a cada nucledtido para explicar a sua previsao.
No entanto, para extrair padroes recorrentes nas sequéncias e derivar representacoes de features
mais abrangentes, sdo necessarias analises adicionais complexas e normalmente distantes de um
investigador especializado no dominio.

Tendo em conta estas limitacoes, optdmos numa primeira instancia por realizar estudos de
perturbacoes ao modelo em larga escala. Estas perturbagoes foram automatizadas numa pipeline
denominada MutSplice e foram orientadas ao dominio do splicing. Especificamente, perturbamos
sequéncias que sofrem splicing alternativo apds o silenciamento de genes identificados como
reguladores de splicing. Ao perturbar estas sequéncias nos locais de ligacao destes reguladores,
verificAmos que o modelo é sensivel a sua presenca e que a magnitude e direcado do efeito das
perturbacdes replica parcialmente o conhecimento existente acerca da regulacdo do splicing,
em particular nas familias de reguladores de splicing SR e hnRNPs. No entanto, avalidmos os
resultados com prudéncia, referindo as limitacoes técnicas e conceptuais da analise, em particular
o facto do SpliceAl ser agnéstico ao tipo celular onde a sequéncia é prevista.

Aprofundando o trabalho neste tépico, focadmo-nos no uso destes modelos para estudar o
splicing ao nivel individual de cada sequéncia, com o objetivo de abordar Inteligéncia Artificial
Explicavel a nivel local. Em particular, propusemos um novo método para gerar dados sintéticos
- neste caso, sequéncias - que sdo semanticamente ricos no espaco de previsao do SpliceAl
Ou seja, a partir duma sequéncia gendémica real, geramos sequéncias sintéticas semelhantes
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a original, mas que produzem previsdes bastante diferentes. Assumindo que o modelo é
uma fonte fidvel de conhecimento sobre o splicing, é possivel estuda-lo através das sequéncias
sintéticas geradas, seja treinando modelos surrogate interpretaveis de raiz, ou analisando os
padroes de features utilizados em diferentes valores da previsdo do modelo. A metodologia é
baseada em Programacido Genética em que o espago de procura para gerar as perturbagoes
nas sequéncias é limitado por gramaéticas ajustadas ao dominio do splicing. Estas gramaticas
codificam perturbacdes a aplicar a sequéncia original e condicionam o tipo e a sua localizacao
de acordo com regras expressivas sobre o mecanismo de splicing. Por exemplo, o processo de
geracao nao deve incluir perturbacbes nas zonas de splice sites pois o impacto bioldgico das
mesmas é grande, causando a destruicdo destes padrdes altamente conservados.

Os nossos resultados demonstraram que Programacido Genética é bastante eficaz a gerar
datasets sintéticos relativamente a pesquisas aleatérias, apresentando melhorias de 30% na
qualidade dos mesmos. Além disso, o nosso método é indiferente ao tamanho do espago
de procura, pois mostramos que sequéncias longas, ao nivel da resolugdo do modelo (10.000
nucledtidos), ndo impactaram a qualidade final dos datasets gerados.

Igualmente importante foi estudar o impacto da gramaética usada na qualidade dos dados
que sao gerados. Os resultados demonstrados previamente usaram uma gramaéatica que codifica
perturbagdes aleatérias a sequéncia original (p.e. uma inser¢do de 4 nucleétidos, ATTT). No
entanto, desenvolvemos também uma gramatica mais préxima do dominio, ao codificar as
perturbacoes usando padroes ja conhecidos onde reguladores do splicing se ligam. Esta gramatica
restringe ainda mais o espaco de procura, pois as insercoes ou dele¢oes na sequéncia estdo sujeitas
apenas aquilo que ja é conhecido biologicamente. Os resultados mostraram que esta gramatica
cobre de forma menos eficaz o espaco de previsao do SpliceAl. Isto sugere implicitamente que o
modelo pode ter aprendido representacoes sobre o splicing que sdo desconhecidas aos humanos.
Essas representacoes justificam o melhor desempenho da gramatica de perturbacoes aleatérias,
que é menos restrita pelo conhecimento atual.

Por 1ltimo, integramos estes conceitos de gramaticas e geracao de sequéncias num software
com o objetivo de fazer experiéncias in silico sobre splicing, usando os modelos de deep learning
como fonte de conhecimento para guiar as pesquisas. O software - de seu nome DRESS - é
flexivel e permite interrogar os modelos a varios niveis. No entanto, importa sublinhar que o
software é tao util quanto os modelos sejam capazes de representar biologia real e permitam a

sua decomposicdo em conceitos compreensiveis ao ser humano.

Em suma, esta tese explorou o uso de modelos estado da arte para a previsao e estudo do
splicing do RNA. Demonstramos que o potencial destes modelos, conjugado com técnicas de
interpretabilidade ajustadas ao seu dominio de aplicacdo, pode representar um avango real na
forma de conduzir investigacao biomédica. Porém, ainda esta por ser desenvolvido um modelo

eficaz que permita estudar splicing com especificidade ao tipo celular.
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Chapter 1

Introduction

Deep learning models are playing a transformative role in society, enabling breakthroughs
across multiple domains, including finance [1], Natural Language Processing (NLP) [2], or
healthcare [3]. A key attribute of deep learning models is their ability to process raw data
and automatically learn the relevant representations for a given task. For example, in the
medical field, a deep learning model can analyze raw images from an MRI or CT scan to
classify or segment the image into different classes, often surpassing human-level performance [4].
Similarly, in life sciences, deep learning models trained on DNA sequences can effectively predict
molecular properties, such as gene activity levels or the likelihood that a genetic mutation will
cause disease [5, 6]. In addition, these models can be used to advance our scientific understanding
of gene regulation mechanisms, including RNA splicing.

RNA splicing is a process where non-coding regions of genes, called introns, are removed
from a pre-mRNA molecule, and exons are joined to form a mature mRNA molecule that
can be translated into a protein. Splicing is primarily controlled through ill-defined regulatory
signals dispersed across exonic (coding) and intronic (non-coding) sequences and is essential for
cellular function. In addition, it is tightly regulated across different tissues and cell types [7].
Genetic mutations disrupting the splicing mechanism are a primary cause of human diseases [8],
including cancer [9], making the identification of these mutations in clinical practice crucial for
diagnosis and treatment.

Classical Whole Exome Sequencing (WES) and targeted gene panels are widely used genetic
testing strategies in clinical settings. However, these approaches typically target coding regions
and cover less than 2% of the genome, leaving a significant portion, including intronic regions,
unexplored. As a result, more than 50% of patient diagnoses remain unresolved [10, 11].
With the advent of Whole Genome Sequencing (WGS), and the possibility to apply it at
the population scale [12, 13], rare intronic variation can be identified at unprecedented levels.
However, introns in humans are much larger than exons (median length of 1742 base-pairs
(bp) vs. 121bp [14]), with thousands of introns longer than 50Kbp [15]. This size discrepancy
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makes handling candidate variants in intronic regions particularly challenging, as the sheer
amount of detected variants complicates functional interpretation [16], particularly for variants
affecting RNA splicing [17]. Given the importance of intronic regions for splicing regulation, deep
learning models trained on sequences spanning entire genes can be used to predict and prioritize
splicing-related mutations. However, their performance in deep intronic regions has not been
independently and thoroughly evaluated. Unfortunately, assessing their effectiveness requires
high-quality labeled variant datasets, which are historically scarce in these regions. In addition,
there is a lack of a streamlined framework for independent benchmarking that accommodates
the large heterogeneity of the growing number of computational models.

Beyond their predictive capacity, we must consider whether highly performant deep learning
models have learned complex underlying representations about the problem domain. For
example, if a model accurately predicts a disease-causing splicing variant, it may have learned
about the splicing mechanism itself, suggesting that these models can be used to extract
biological insights and drive scientific discovery. However, understanding how these models
arrive at predictions remains challenging due to their complex, highly-parameterized function,
making them difficult to interpret [18]. Despite progress in designing interpretable-by-design
deep nets [19-21], post-hoc interpretation techniques are the most common strategy for studying
model learning (via input perturbations [5, 22] or attribution-based methods [23-25]). While
these methods reveal important patterns within sequences, they do not infer semantic rules of
the regulatory landscape without additional analyses [26, 27]. Moreover, integrated analyses
using deep learning models as “oracles” - in silico ground truth of experimental assays - are
missing in the context of splicing regulation.

An alternative approach is to use inherently interpretable surrogate models to emulate
the black-box model. Although global surrogates have been proposed for explaining complex
models in other domains [28, 29], applying them in genomics remains challenging due to the
intricate combinatorial complexity within regulatory DNA [30]. A more practical strategy is
training surrogate models on smaller data subsets to achieve local explanations [31-34]. Local
surrogates require generating synthetic sequences to augment the datasets locally by employing
perturbations, while avoiding distribution shifts. Ideally, the generated sequences should remain
syntactically similar but semantically diverse, enabling the prediction landscape to be covered
effectively. In the context of genomics, an example of a synthetic sequence complying with
these requirements would be a sequence harboring a single nucleotide change relative to the real
sequence (syntactically similar) that leads to a large change in the model prediction (semantically
different). However, generating such synthetic sequences through random perturbations cannot
guarantee these properties.

Domain-specific properties can further complicate data augmentation. RNA splicing studies
use sequences requiring specific spatial properties, such as exon/intron structure awareness.
Handling these intervals in genomics can be laborious, often requiring error-prone preprocessing
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tasks, such as extracting and tracking splice site locations. Additionally, naive sequence
perturbations may not be meaningful (e.g., disrupting a splice site will likely disrupt splicing,
not revealing any new information). Therefore, user-friendly software that embeds domain
knowledge of splicing for in silico sequence manipulation guided by deep learning oracles is
lacking. Such software would enable cost-effective, domain-oriented in silico experiments to

generate new scientific hypotheses.

1.1 Objectives

Based on the problems outlined above, this thesis addresses the question of whether
sequence-based deep learning models are effective scientific tools for RNA splicing research.
To this end, we propose tackling two central challenges:

e Variant effect prediction. This task refers to measuring the impact of a genetic variant
on a given biological process or function. Accurate variant effect prediction is crucial for
diagnosing genetic disorders, developing targeted therapies, and advancing personalized
medicine. We aim to test these models on a challenging task, focusing on splicing variants
occurring in the often-overlooked intronic regions of the human genome.

e Model interpretability: We aim to investigate whether deep learning models have
learned underlying biological principles and, if so, provide appropriate tools to interrogate
them.

1.2 Methodology and contributions

We now outline the high-level methodology and main contributions of this thesis. Additional
details, including software availability, datasets, and efforts for reproducibility, are provided in

the respective chapters.

1.2.1 Variant effect prediction

For the first challenge, we undertook an extensive effort to comprehensively benchmark
computational models capable of predicting, to some extent, a quantitative measure of the
effect of an intronic genetic variant. This task, in particular, motivated work in the following
areas:

e Data curation. We manually collected from the literature a dataset of experimentally
validated disease-causing deep intronic splicing variants. In addition, when possible, we
collected and standardized the different molecular mechanisms by which these variants
disrupt splicing, allowing for finer-grained benchmarks. These datasets serve as an

independent gold standard for future model testing.
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e Model selection. We cataloged a wide variety of models to be benchmarked, including not
only deep learning models but also classical variant pathogenicity predictors.

e Data preprocessing and engineering. Given that different models target different questions
and require different inputs (e.g., a model that predicts splice sites is different from a
model that directly predicts variant effects), we developed a utility to effectively generate
the proper input for a subset of the models, and process their output into standard Variant
Call Format (VCF) format.

e Model benchmarking. We developed a software called VETA that automates the
benchmarking of Variant Effect Predictors (VEPs). Most benchmarking results presented

in the thesis were obtained using this software.

Accordingly, work related to this challenge gave rise to the following peer-reviewed
publications:

L. Lopes, P. Barbosa, M. Torrado, et al., “Cryptic Splice-Altering Variants in MYBPC3
Are a Prevalent Cause of Hypertrophic Cardiomyopathy”, Circulation: Genomic and
Precision Medicine, 2020 [35].
P. Barbosa, M. Ribeiro, M. Carmo-Fonseca, A. Fonseca, “Clinical significance of genetic
variation in hypertrophic cardiomyopathy: comparison of computational tools to prioritize
missense variants”, Frontiers in Cardiovascular Medicine, 2022 [306].
P. Barbosa, R. Savisaar, M. Carmo-Fonseca, A. Fonseca, “Computational prediction of
human deep intronic variation”, GigaScience, 2023 [37].

1.2.2 Model interpretability

To address model interpretability, we focused on SpliceAl [38], a state-of-the-art widely used
deep learning model that predicts the probability that any given position in the sequence would
be used as a splice site. In particular, we investigated whether SpliceAl has learned meaningful
knowledge about alternative splicing and proposed a novel paradigm to study deep learning
models in genomics, via evolutionary algorithms constrained with grammars. This challenge led
to the following research topics:

e Studying the model via domain-aware ablations. We leveraged publicly available RNA-Seq
data to generate datasets for ablation studies. These studies aimed to understand the
model’s sensitivity to binding motifs of RNA-binding proteins. Along the way, we designed
a pipeline to automate the analyses, focusing on creating outputs prepared for downstream
interpretability queries.

o Synthetic data generation for local Explainable AI (xAl). To address the challenge of
generating synthetic sequences for local surrogate models, we propose a novel approach that
combines genetic algorithms with domain-aware constraints via grammars. We designed

two distinct grammars that encode domain knowledge of splicing, guiding the generation
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of meaningful synthetic sequences more efficiently.

Streamlining model interrogations. Taking advantage of the grammar guided framework
for synthetic data generation, we developed a software project called DRESS, which enables
flexible in silico splicing interrogations of deep learning models. We demonstrated its
capabilities by interrogating Pangolin, another sequence-based model, on sequences that

are tightly regulated during cardiac development.

The work proposing synthetic data generation resulted in a paper published at GECCO'24,

as well as my involvement in the evaluation of its underlying Genetic Programming framework:

G. Espada, L. Ingelse, P. Canelas, P. Barbosa, A. Fonseca, “Data Types as a More
Ergonomic Frontend for Grammar-Guided Genetic Programming”, GPCE 2022, 2022 [39].
P. Barbosa, R. Savisaar, A. Fonseca, “Semantically Rich Local Dataset Generation for
Explainable Al in Genomics”, GECCO’ 2/, 2024 [40].

Other publications not directly associated with the main contributions of this thesis are

listed in Appendix D.

1.3 Structure

Apart from this introductory chapter, the document is organized as follows:

Chapter 2 (RNA Splicing background) provides a background on RNA splicing, the domain
of application of this thesis.

Chapter 3 (Deep learning in genomics research) discusses deep learning models and how
to interpret them, particularly in the context of genomics and RNA splicing.

Chapter 4 (Predicting intronic variants affecting the splicing mechanism) presents an
independent benchmark assessing the capacity of computational approaches to predict
deep intronic variants.

Chapter 5 (Interpreting SpliceAl) contains an in-depth analysis of SpliceAl, employing
large-scale ablation studies on tailored datasets built for this task.

Chapter 6 (Semantically-rich synthetic dataset generation with constrained Genetic
Programming) proposes a grammar-guided Genetic Programming approach to generate
semantically rich synthetic local datasets for xAl.

Chapter 7 (DRESS: a flexible framework for splicing interrogations guided by deep learning
models) presents a toolkit for flexible in silico splicing interrogations using deep learning
models as oracles.

Chapter 8 (Discussion and conclusion) closes the thesis by providing an overall discussion
and considerations on future research directions.






Chapter 2

RNA Splicing background

This chapter delves into the domain of RNA splicing, the primary application area of this
thesis. We begin by providing a biological background on the splicing mechanism and its strong

association with disease.

2.1 Mechanisms of RNA Splicing

The genome of a species contains the complete set of instructions for an organism’s development,
starting from the first cell. It is the most fundamental source of information each individual
carries. The human genome, for instance, is approximately 3 billion bp long, with each cell
containing its Deoxyribonucleic acid (DNA) densely packed within the nucleus. Two of the
main cellular building blocks, RNA and protein molecules, are synthesized from DNA through
gene expression, which involves several steps (see Central Dogma of Molecular Biology). One
crucial step in this process is RNA transcription, where the DNA sequence is transcribed into
precursor Ribonucleic acid (RNA), known as pre-messenger RNA (mRNA). This precursor is
then processed to produce mature mRNA. A key stage in this processing is RNA splicing, which
is the focus of this work.

Splicing is an mRNA processing event that takes place in the nucleus of cells. It involves
the removal of introns from the pre-mRNA and is carried out by a complex cellular machinery
known as the spliceosome. This process occurs co-transcriptionally, meaning it takes place
during transcription elongation.

The spliceosome is a large protein-RNA complex consisting of five small nuclear RNAs
(snRNAs) (U1, U2, U4, U5, U6) and approximately 200 proteins [44]. Some of these proteins
associate directly with snRNAs to form small nuclear Ribonucleoproteins (snRNPs), while
others, non-snRNPs; bind directly to the pre-mRNA. The spliceosome is assembled in a stepwise
fashion on every newly synthesized intron, with its components recruited through base-pairing
interactions between the spliceosomal snRNAs and conserved sequences in the pre-mRNA
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Figure 2.1: Elements involved in pre-mRNA splicing of an intron. A - Canonical pre-mRNA elements are

C

recognized to trigger the assembly of the spliceosome. These elements include the Five-prime Splice Site (5’SS) at
the beginning of the intron, the Three-prime Splice Site (3’SS) at the end, the Branch Point (BP) sequence located
upstream of the 3’SS, and the Polypirimidine (PY) tract between the branch point signal and the 3’SS. Apart
from the highly conserved GU and AG dinucleotides at the first and last two positions of introns, respectively,
splicing signals in the mRNA sequence are degenerate, meaning that various sequences and base-pairing schemes
can assemble the spliceosome. Pre-spliceosome assembly involves the binding of Ul snRNP to the 5’SS and
subsequent recognition of BP, PY, and 3’SS by non-snRNP splicing factors, Splicing Factor 1 (SF1), U2 Auxiliary
Factor 35-kDa subunit (U2AF1), and U2 auxiliary factor 65-kDa subunit (U2AF2). This stage, referred to
as Complex E, is essential for the subsequent recruitment of additional snRNPs and downstream assembly of
a catalytic spliceosome (not shown). B - Two transesterification reactions that biochemically define splicing
(adapted from [41]). In the first reaction, the 2’-hydroxyl group of the BP adenosine attacks the phosphate group
at the 5’SS, generating a free 5’ exon and an intron lariat-3’ exon intermediate. Consequently, the exposed 5’ exon
3’-hydroxyl group attacks the 3’SS, cleaving the lariat-structured intron and ligating the two exons. The exons
are released from the spliceosome, and the intron lariat is eventually degraded. C - Splicing regulatory sequence
elements. These are named based on their location and function: Exonic Splicing Enhancer (ESE), Exonic Splicing
Silencer (ESS), Intronic Splicing Enhancers (ISEs), Intronic Splicing Silencer (ISS). Serine/Arginine (SR) proteins
usually bind to ESEs and promote exon inclusion [42]. Conversely, the classical role of the heterogeneous nuclear
ribonucleoprotein (hnRNP) family is to repress splicing when binding to ESSs, although the picture is less clear
when these proteins bind to intronic elements [43]. In this example, SR proteins are bound to enhancers in the
left and right exons, while an hnRNP binds to the middle, hindering its inclusion in the mature mRNA.

(cis-acting elements, Figure 2.1A). During splicing, two transesterification reactions occur,
excising the intron and ligating the exons (Figure 2.1B). Additionally, recognition of splice
sites by spliceosome components can be enhanced or repressed by additional proteins, named
RNA-binding protein (RBP)s (trans-acting elements), which bind to splicing regulatory elements
in exons and introns (Figure 2.1C) [43]. The combinatorial usage of all these elements ultimately
defines the final structure of the spliced transcript. The next section explores this topic in detail.
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Figure 2.2: Mechanisms of alternative splicing (extracted from [45]). Each mechanism generates different
mature RNAs. Exons are represented as boxes, introns as lines. While constitutive exons are displayed in green,
alternatively spliced sequences are presented in blue or brown. When an intron is not spliced out it results in
intron retention, depicted by a black box in the final transcript.

2.1.1 Alternative Splicing

Alternative splicing is a mechanism that allows a single gene to generate multiple distinct
mRNAs, known as splicing isoforms, by assembling different combinations of exonic segments
from the same template DNA. This mechanism expands the proteome diversity encoded by the
genome. There are several types of alternative splicing (Figure 2.2), with exon skipping being
the most common. In exon skipping, a single exon can be included or excluded from the mature
mRNA, resulting in cassette exons. Conversely, exons that are always included are referred to
as constitutive exons. Alternative splicing is regulated in different cellular environments, and
this regulation is tissue-specific. For example, sequences are spliced differently in brain cells
compared to muscle cells. Additionally, regulated shifts in splicing patterns have been shown
to be coordinated during development and cell differentiation, underscoring the critical role of
splicing networks in tissue function and identity [7].

The mechanisms regulating splice-site selection and, consequently, alternative splicing are
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complex and partially remain poorly understood. However, certain key players are known to
be involved in these decisions. RBPs interact with preemRNA and modulate how efficiently
the spliceosome components recognize the splice sites. The most studied classes of RBPs are
members of the SR and hnRNP families. SR proteins generally activate splicing, promoting
exon inclusion by binding to Exonic Splicing Enhancers (ESEs) and interacting with snRNPs to
strengthen exon definition. Conversely, members of the hnRNP family typically repress splicing
by binding to silencer sequences (Exonic Splicing Silencers (ESSs), Intronic Splicing Silencers
(ISSs)) and interfering with the core splicing machinery’s ability to engage splice sites [46].
Nevertheless, these roles are not absolute. There is plenty of evidence showing that these proteins
can have opposite functions depending on their binding position and contextual neighborhood
[43, 46, 47].

Many RBPs are ubiquitously expressed across tissues, while only a few regulate specific
tissues [7]. How can such a limited number of regulators control the vast array of alternative
splicing events in human tissues? This diversity is explained by other factors, such as RNA
structure. mRNA structures are critical in determining the accessibility of splice sites and
their regulatory sequences. Several proteins regulate splicing by modulating RNA structures or
binding to structural elements [48], thereby enhancing or repressing splicing.

Additionally, splicing is a highly dynamic process involving numerous kinetic steps. The
timing of the splicing reaction relative to transcription elongation is influenced by several
factors, including gene architecture features such as exon or intron size, transcription rate,
and consecutive splice site competition. These factors define the accessibility of spliceosome
components to core splicing motifs [49]. Specific chromatin modifications [50] and chemical
RNA modifications [51] are also associated with splicing modulation, adding further layers of
regulation to alternative splicing networks.

2.1.2 Splicing and disease

Given splicing complexity, it is not surprising that this RNA processing step is vulnerable to both
hereditary and somatic genetic variants implicated in disease. It is estimated that 10 to 50%
of all monogenic disease-causing variants affect pre-mRNA splicing [38, 52, 53]. Additionally,
cancer driver mutations are often associated with splicing alterations, particularly in variants
that occur in genes encoding core components of the splicing machinery [41].

There have been continuous efforts to systematically catalog disease-causing variation in
databases such as ClinVar [54] or the Human Gene Mutation Database (HGMD) [55]. These
resources show the enrichment of splicing-related variants in the vicinity of splice site regions.
Partly, this reflects a biological reality, where the sequence around the splice sites is particularly
dense in splicing-relevant information. However, this enrichment may also stem from the easier

detection of splice site mutations, as well as biases in clinical guidelines for variant interpretation
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that may contribute to underestimating the significance of deep intronic splicing mutations, as
there is a lack of standardized criteria for their interpretation [56, 57].

Mechanisms

Of the cis variants that affect splicing, those that disrupt splice sites (typically AG for the
3’SS and GT for the 5’SS) or the consensus region around them (nucleotides -12/+2 around
the 3'SS and -3/46 around the 5’SS) have been studied the most thoroughly. Variants in
these regions, especially if they affect the splice sites themselves, are fairly easy to recognize
because the sequences are short and adhere to a highly conserved motif [8]. In contrast, other
splicing variants can impact the binding of regulatory factors to splicing enhancers or silencers
(ESEs, ISEs, ISSs and ESSs) [46]. Because they are poorly defined sequence motifs which occur
throughout the gene, it is difficult to identify them - and even more difficult to know when a
mutation has disrupted them.

Disruption of splicing information encoded by variants in cis elements can lead to aberrant
splice events such as exon skipping, full intron retention, or exon shortening or lengthening.
Splicing variants can also create entirely new exons, known as pseudoexons. This can occur
when a mutation generates a novel splice site or when an existing but inactive (cryptic) splice
site is activated by the creation of an enhancer motif or the disruption of a silencer motif [58].
Mutations in genes that regulate splicing (trans elements), such as core spliceosome genes and
RBPs, may also contribute to disease phenotypes. These mutations often have larger effect sizes
because they typically regulate the splicing of multiple genes [41].

Deep intronic variants

Given the short DNA/RNA alphabet, numerous cryptic splice sites within extensive intron
regions resemble authentic splice sites. These are usually repressed because their location do
not favor interactions with the splicing machinery, and they are flanked by high densities of
splicing silencer motifs [58]. This repression is crucial for maintaining transcriptome integrity,
ensuring that mRNAs remain in frame to code for functional proteins [46].

Mutations deep within introns can disrupt this balance, activating pseudoexons and
producing aberrant transcripts. This often leads to the introduction of Premature Termination
Codon (PTC) in the mRNA, targeting the transcript for degradation by Nonsense Mediated
Decay (NMD) and resulting in the loss of the protein product (Figure 2.3). Although previously
overlooked, deep intronic mutations are now recognized as a significant cause of human disease
[59, 60].

However, their clinical interpretation remains challenging. Introns are large, making the
search space extensive, and mutations with no effect greatly outnumber rare splice-affecting
variants. As a result, deep intronic variants detected through WGS often end up labeled as

11
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Figure 2.3: Deep intronic variant triggering pseudo-exon inclusion. A genetic variant (yellow asterisk) creates
a splice donor (5’SS) in the middle of an intron. An upstream cryptic splice acceptor (3’SS) is activated leading
to pseudo-exon inclusion (red sequence stretches in the lower part of the figure), and subsequent degradation by
NMD.

Variant of Uncertain Significance (VUS) [61]. Computational tools can help prioritize variant

candidates, but their efficacy in predicting deep intronic splicing effects remains to be addressed.

12



Chapter 3

Deep learning in genomics research

This chapter introduces key concepts essential for understanding the themes of this thesis.
This includes an introduction to deep neural networks, appropriate architectures to model
biological sequences and a discussion of strategies for studying and interpreting deep neural
nets in genomics. Finally, we offer a historical perspective on the use of deep learning strategies
modeling RNA splicing. While this chapter serves as the background for the work, we also
highlight an early contribution that aligns with the concepts presented:

e We demonstrated the utility of deep learning models to score disease-causing variants in
intronic regions often missed by WES studies. I conducted the computational analysis for
this study.

L. Lopes, P. Barbosa, M. Torrado, et al., “Cryptic Splice-Altering Variants in
MYBPC3 Are a Prevalent Cause of Hypertrophic Cardiomyopathy”, Circulation:
Genomic and Precision Medicine, 2020 [35].

3.1 Deep learning revolution

The rise of deep learning methodologies in the early 2010s has profoundly transformed numerous
fields, driving unprecedented progress in technology and science. The emergence of large,
high-quality, publicly available labeled datasets, advances in hardware with Graphical Processing
Units (GPUs) for training neural networks, and continuous breakthroughs in architecture design
have been key factors contributing to the deep learning revolution [62]. In addition, the
appearance of powerful libraries such as TensorFlow [63] and PyTorch [64] has democratized
access to deep learning, enabling a wide range of research communities to tackle diverse problems.
In fact, deep learning has become so central to Machine Learning that when people talk
about Artificial Intelligence (AI), they are often referring to models that are themselves deep

learning-based solutions.
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Specific model architectures have driven advancements in different domains. For example,
deep Convolutional Neural Networks (CNNs) [65] are especially well-suited for Computer
Vision tasks such as image classification, object detection, and segmentation [66], while
Transformers [67] have revolutionized NLP problems like text summarization, question
answering, and machine translation [68]. Although primarily optimized for these data modalities,
these and other techniques have been successfully adapted to other objectives, including
scientific discovery [69]. Al methods can improve the traditional research workflow by
streamlining procedures for data collection and processing [70], exploring vast spaces of candidate
solutions [71], and providing insights that would otherwise be difficult to obtain [72].

In life sciences, deep learning has been successfully applied to predict molecular phenotypes
from genomics data. These models take a DNA sequence as input and aim to predict some
property of the sequence’s activity, such as gene expression [6], chromatin accessibility [73] or
transcription factor binding [26]. The high performance of such sequence-to-activity models,
combined with the application of explainable Al techniques, holds unprecedented potential to
deepen our understanding of cell biology and disease mechanisms.

In the following sections, we introduce Artificial Neural Networks (ANNs) as the foundational
concept for deep learning, describe the most widely used neural network architecture for
modeling genomics data (CNNs), and discuss techniques for interpreting sequence-based
genomics models. Finally, we delve deeper into the domain of application of this thesis: RNA

splicing.

3.2 Artificial Neural Networks

ANNs are computing systems inspired by the biological neural networks that compose animal
brains. To understand how ANNs are conceptually organized, we can look at the simplest
type of networks, the Multilayer Perceptron (MLP). An MLP is a neural network composed
of three types of layers: an input layer that receives the raw data, one or more hidden layers,
which perform non-linear transformations of the inputs and a final output layer, that returns
an output. Each layer is made up of nodes (neurons or units), each of them fully connected to
the neurons of the next layer (each connection transmits a trainable weight). When the neural
network includes a deep stack of hidden layers, it is called a Deep Neural Network (DNN), or
a deep learning model. Typically, an extra bias feature is added (bias neuron), which provides
every node with a trainable constant value (in addition to the normal inputs/weights that a node
receives). An MLP can be viewed as a generalization of (generalized) linear models, meaning
that each node in the hidden layers take the sum of their weighted inputs. The key difference is
that an activation function o is applied to this value to introduce non-linearity into the model.
The parameterized function of a single MLLP layer can be formulated as following:

14
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£(2,0) = o(a6 +b) (3.1)

where x represents the matrix of input features, 6 represents the weight matrix (the parameter
values for all the connections, except those from the bias neuron), the b stands for the bias
vector that contains all the connection weights between the bias neuron and the hidden nodes,
and o is the activation function. A frequently used activation function is the Rectified Linear
Unit (ReLU) defined as o(z) = max(0, z).

3.2.1 Training deep neural networks

Training neural networks involves adjusting the weights to minimize the loss function, often
using optimization algorithms derived from Gradient Descent. While methods like Stochastic
Gradient Descent are common, optimizers such as ADAM and RMSprop have gained popularity
for their adaptive learning rates and incorporation of momentum-like behavior, which helps on
escaping plateaus where the derivative is close to zero [74]. Because computing the gradient
of the loss for each parameter would be intractable for DNNs, the backpropagation algorithm
efficiently computes gradients across the network in just a forward and reverse pass [75]. Briefly,
backpropagation employs the chain rule of calculus to recursively calculate the gradient of the loss
function with respect to each parameter. It propagates errors backward through the network,
adjusting the weights using the chosen optimizer. This iterative process operates on small
subsets of the training data, called batches, and completes an epoch when all batches comprising
the training data have passed through the network once. Training ends when a predetermined
number of epochs is reached, or when the model converges to a satisfactory level. At this stage,
the trained weights are used to evaluate the model’s performance on separate test data, ensuring

an unbiased assessment of its generalization power.

3.3 Convolutional Neural Networks

CNNs are a type of ANNs that are composed by specific layers, called convolutional layers, that
are specialized in the detection of patterns in the data. Neurons in convolution layers are not
fully connected to the input data. Rather, each neuron connects to regions of the input space
that belong to its receptive field. The receptive field is defined by the filter dimensions of the
layer. As an example, in image classification, a neuron in a convolutional layer connects only to
pixels of the image defined on its respective field.

A filter, which can be a small matrix of values, slides the input data and at each location
applies linear transformations so that an output value for each location is obtained. The output
of this sliding operation is a feature map, which highlights the areas of the input data that
activate the filter the most. The great thing is that filters do not have to be defined manually:
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during training, the convolutional layer will automatically learn the most useful filters for the
task - filters are the weights in a convolutional layer. All neurons within a feature map share the
same weights, which dramatically reduces the number of parameters of the model. In practice,
a convolutional layer usually has multiple filters and outputs one feature map per filter, making
it capable of detecting multiple features anywhere in its inputs. This type of layer thrives in
array data (e.g., images, videos) because groups of values are often highly correlated, forming
distinctive local motifs that can be easily detected. The output of this layer is followed by a
nonlinear activation function (e.g., ReLU), similar to fully-connected layers.

In genomics, a 1-dimensional convolutional layer is applied to one-hot-encoded DNA
sequences. The filters applied to the sequence are analogous to a Position Weight Matrix
scanning the sequence. Importantly, since the filter scanning partially contributes to translation
invariance - the ability to recognize patterns regardless of their position -, the model can
generalize to motif positions not seen during training.

A typical CNN architecture stacks multiple convolutional layers (each followed by non-linear
activation functions), interspersed with pooling layers (Figure 3.1). As the network gets deeper,
it learns how to combine low-level feature maps into higher-level feature representations. At the
top of the stack, fully-connected layers are often added at the end to translate these learned

features into predictions for classification tasks.

3.3.1 Pooling

Convolutional layers are often accompanied by pooling layers. A pooling layer aims to subsample
the input data, reducing computational load, memory usage and number of parameters. Just
like a convolutional layer, a pooling layer scans the input data (in this case, the feature maps
passed by the previous layer) and aggregates the inputs using an aggregation function such as the
max or mean, returning just a single value to the next layer, which means that it does not have
trainable weights. This layer also contributes for translation invariance as the down-sampling
of feature maps can make the output more robust (invariant) to changes in the position of the

features.

3.3.2 Dilated convolutions

Dilated convolutions are a variant of the standard convolutional layer that allow increasing the
receptive field of the network without increasing the number of parameters [77]. This is achieved
by using special filters that skip some input values. The dilation rate defines the number of
positions to skip, and it typically increases with every subsequent dilated convolutional layer.
Dilated convolutions are particularly useful tasks where capturing long-range dependencies is

important.
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Figure 3.1: Convolutional neural network modelling genomics sequences. a - One-hot encoding representation
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of the DNA sequence. b - Filters of the first convolutional layer scan the input sequence. ¢ - Negative values are
truncated to 0 using the ReLU activation function. d - Max pooling operation summarizes contiguous bins of the
activation map by taking the maximum value for each channel in each bin. e - The second convolutional layer
scans the sequence for pairs of motifs and for instances of individual motifs. f - Similar to the first convolution,
ReLU activation function is applied. g - The maximum value across all positions for each channel is selected. h
- Fully connected layer is used to make the final prediction. Figure and legend adapted from [76].

3.3.3 Regularization

Regularization techniques are used to prevent overfitting and improve convergence during
the optimization process by keeping the weights and activations within a reasonable range.
Regularization is particularly important to prevent vanishing or exploding gradients, specially
in networks with many layers. Common regularization techniques include Dropout [78] and Batch
Normalization (BatchNorm) [79]. In Dropout, a certain percentage of neurons are randomly set
to zero during training, forcing the network to not rely too much on single neurons and thus
learn more robust feature representations. Batch Normalization normalizes the layer activation
by subtracting its mean and dividing by standard deviation across multiple samples in the batch,
which results in more stable training as the magnitude of the activations throughout the network

is relatively uniform.

3.4 Model interpretation

Thanks to the development of multiple genome-wide assays that generate large collections
of sequence data with a given readout, a plethora CNNs have been successfully applied to
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predict molecular phenotypes from genomics data. By understanding the properties of the data
underlying successful predictions, it is hypothesized that new biological insights can be derived
using these models as interrogation tools. We next discuss several post-hoc model interpretation

techniques that are part of the rapidly evolving field of xAlI.

3.4.1 Model-based interpretation

Model-based techniques examine individual components of the model. In genomics, because the
filters learned by the first convolution layer may represent short subsequences of binding motifs
(Section 3.3), one can apply a softmax transformation (with further scaling) to a convolution
weight matrix to visualize the matrix associated with a filter [30]. A more faithful strategy in
practice is to search for subsequences in a dataset that activate a given filter the most [80, 81]. Of
note, the extraction of these subsequences does not imply that they are important. Additional
experiments, such as ablating or masking the filter, are required to measure their impact on the

prediction.

3.4.2 Propagation of influence

This class of algorithms operates directly on input sequences by propagating perturbed data
through the model and measuring the effect on predictions. They can be grouped into forward
and backward propagation methods.

In silico mutagenesis

Forward propagation methods include In silico mutagenesis (ISM), which employs systematic
mutations to each nucleotide in an input sequence and computes the change in the model
outcome due to each mutation (Figure 3.2A). In contrast to other approaches that are discussed
next, ISM truly represents the model’s response to genetic mutations at individual positions,
making it the standard approach to predict the clinical impact of Single Nucleotide Variant
(SNV)s [5]. Although conceptually attractive, ISM is computationally expensive because it
involves a forward propagation pass for every mutation tested (3L where L is the length of
the sequence). To address this problem, one can limit the analysis to a subset of sequences
based on hypothetical insight value (e.g., high score prediction), or restrict the analysis to a
subset of sequence regions deemed important for the task. For example, perturbing known
transcription factor motifs can hold great explainability value, although it requires a priori
knowledge of the motif locations. Recently, a new strategy called fastISM [22] has been developed
to accelerate the computation of ISM scores. This method leverages the unique properties of
CNNs to avoid redundant calculations and efficiently compute values within the receptive field

of a given convolution filter.
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Figure 3.2: Strategies for neural network interpretation. A - Example of using ISM to interpret a
sequence-based DNN. At the top, model predictions for two sequences are obtained, one for the reference sequence,
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any other transformation). These scores can be visualized as an attribution map, in the bottom: each square in
the heatmap represents the effect of a single perturbation in the model prediction. Blue and red colors represent
a negative and positive effect, respectively. The highlighted square at the center represents the mutated feature
in the sequence represented in the top. Image adapted from [82]. B - Gradient and model-based approaches
for neural network interpretation. IG = Integrated Gradients; EIG = Enhanced Integrated Gradients. Image
adapted from [83].

Saliency maps and derivatives

Backward propagation methods address the computational overhead of ISM by using
backpropagation to efficiently decompose the output prediction of a model into character-level
attribution scores in a single pass [30]. The most straightforward method, commonly referred
to as a saliency map ([84]), computes the gradient of the output with respect to the input data
(Figure 3.2B). Feature importance correlates with the amount of the gradient they receive after
backward propagation. Gradient-times-input [85] slightly extends Saliency maps by doing an
element wise multiplication of each input feature with the gradients they receive. In the context
of genomics, where inputs are one-hot encoded, this translates to computing the gradient on the
bases that are present in the sequence. These approaches can be problematic because activation
functions such as RelLU have a gradient of zero when they are not firing. Due to this, Saliency
maps fail to highlight inputs that contribute negatively to the output. Small variations to this
approach like Deconvolution Networks [86] or Guided Backpropagation [87] have been proposed,
and basically differ in the specific backpropagation logic for the activation function.

A major drawback of these methods is the so-called saturation problem, which underestimates
the importance of features that have saturated their contribution to the output. For example,
in a sequence with multiple copies of the same binding motif, the model’s overall sensitivity to
this motif is spread across the multiple copies. Consequently, this redundancy can cause the
individual feature attributions to be underestimated.
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Reference-based methods

Reference-based methods were proposed to address the saturation problem. Here, feature
attribution reflects the comparison of a neuron’s activation to a given input reference or baseline
(Figure 3.2B). This reference is the activation that the neuron would have when given a
reference input. For genomics, a mononucleotide or dinucleotide shuffling of the input sequence
is considered a reasonable reference [30].

Integrated Gradients [24] proposes an axiomatic approach for feature attribution. It is
computed by integrating the gradients along a linear path from the reference input to the
actual input, which is approximated by summing the gradients at points along this path. A
feature has a high attribution value when the integrated gradient shows it significantly affects
the change in activation from the reference to the input. Enhanced Integrated Gradients [25]
extends Integrated Gradients by introducing alternative non-linear path formulations.

DeepLIFT [88] differs from Integrated Gradients by comparing the differences in activation
between the input and the reference at every node of the network. These differences are
propagated backwards through the network using specific rules to ensure that each node’s
contribution at specific layers is accurately accounted for. These rules address gradient
discontinuities at certain layers, with one of the rules shown to approximate Shapley values [89].

Importantly, backpropagation-based methods can be computationally expensive when
applied to large multi-task models, such as those predicting multiple molecular phenotypes [80]
or returning vector outputs representing quantitative regulatory profiles [26]. In these instances,
a separate backpropagation pass is required for each task or output dimension to estimate
comparable feature attribution per task. In contrast, ISM might be more efficient, as perturbing
individual nucleotides reveals the impact on each output in a single pass.

From local to global interpretations

The propagation methods discussed so far provide local explanations, meaning that they explain
a single input sequence. To aggregate results across multiple inputs into a global understanding
of feature importance, TFMoDisco [90] was specifically this task. It uses attribution scores
from methods like DeepLIFT to extract sequence regions with high attribution scores (seglets),
calculates their similarities, and performs clustering based on the similarity matrix between
pairs of seqlets. Final consensus motifs are generated upon cluster refinement. Nevertheless,
the method is highly dependent on the quality of the attribution scores (e.g., the choice of
the reference has a significant impact on the results [88]), and typical challenges of clustering
remain, like the choice of the number of cluster and similarity metrics. In addition, TFMoDisco
itself does not reveal effects of motif combinations and spacing, requiring additional analysis to

understand such motif rules [26].
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3.4.3 Probing feature interactions

Current feature attribution methods do not explicitly quantify interactions between features,
such as epistatic interactions (e.g., motif cooperation or competition). However, the power
of CNNSs lies in their hierarchical structure, which allows them to learn complex non-linear
interactions between features. Hence, one can naively examine sequences that activate deeper
layers (as done in Section 3.4.1 for the first convolutional layer).

Alternatively, tweaked versions of ISM can be applied to experimentally test inserting two
motifs into a random sequence (a type of marginalization experiment) and observing the effect
of perturbing one motif while keeping the other fixed. This setup probes both additive and
non-additive effects between motif pairs and can also be used to assess the impact of motif
spacing [30]. A related strategy, termed Deep Feature Interaction Maps (DFIM) [91], quantifies
similar interactions but instead uses backpropagated-based methods to compute changes in
the importance of a target feature when a source feature is perturbed. Recently, an in silico
perturbation toolkit named CREME [92] was developed to test the contribution of various
components on model prediction. These include not only higher-order interaction tests, but also
the impact of surrounding context, the sufficiency of individual regulatory elements, and their

distance effects.

3.4.4 Transparent models

Unlike post hoc methods, which provide explanations for already trained models, training
interpretable models involves designing them with transparency at their core. We categorize
these models into two types: DNNs with inherently interpretable units (interpretable-by-design
models) and surrogate models, which are simpler, transparent models trained to approximate
the behavior of complex black-box models. In addition, we introduce evolutionary algorithms
as a potential strategy addressing model interpretability, as they will be relevant for the work

presented in this thesis.

Interpretable-by-design models

Interpretable-by-design models embed prior knowledge into the architecture design, ensuring
the encoded knowledge is at a level of abstraction that humans can understand. For example,
graph-based architectures embedded with ontologies learned to prioritize domain-specific
hierarchies and interactions between concepts, such as gene mutants affecting specific gene
ontology processes [93] or revealing therapeutic targets for prostate cancer [94]. However, these
models are not trained with genomic sequences, which is the focus of this thesis.

Training sequence-based models with interpretable units requires initializing convolutional
filters with known motifs [95, 96] or fixing filter lengths to specific problem domains [97].
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Importantly, the learned filters may drift away from those used for initialization [30], and
applying such constraints may not be feasible for domains with insufficient prior knowledge.
Recently, an approach based on Neural Additive Models (NAMs) [98] was proposed for
genomics data. Briefly, ExplainNN [21] computes predictions as a linear combination of
multiple independent CNNs, each containing a single convolutional layer with a single filter, an
exponential activation and two fully connected layers. The learned weights of each unit in the
fully connected output layer are interpretable, similar to those in a linear model. However, this
linearity can compromise accuracy on complex, realistic genomics tasks. The authors observed
that it hampered the model’s ability to learn complex interactions between motifs of different
transcription factors [21]. Additionally, further analyses are required to convert the filter of each
unit into a biologically meaningful Position Weight Matrix (PWM).

Surrogate models

Surrogate models provide an interpretable approximation of complex deep learning models.
These simpler models, such as a decision tree or linear regression, are trained to mimic the
behavior of the more complex model, offering insights into its decision-making process. Due to
the complex and highly parameterized nature of DNNs, surrogate models are often trained to
approximate the DNN locally, aiming to explain a single or a few related instances.

The most popular of such surrogate modelling approach is Local Interpretable Model-agnostic
Explanations (LIME) [31], which samples data around a target instance and trains a linear model
on this synthetic dataset to approximate the predictions of the original model. LIME is limited
by the difficulty of defining a meaningful neighborhood when sampling data [99], especially
since two close data points may result in very different explanations [100]. Additionally, LIME
does not capture non-linearities and heteroscedastic noise, which are prevalent in genomics
data. To address these shortcomings, SQUID [34] was recently proposed to model the DNN in
local regions of the sequence space using latent phenotype models (via MAVE-NN [101]), fitted
on randomly generated synthetic data surrounding an input sequence. The parameters of these
local surrogates (e.g., additive genotype-phenotype maps) can then be interpreted with standard
attribution methods (Section 3.4.2).

Evolution-inspired approaches

Evolutionary algorithms (EAs) present an alternative approach for xAl, employing optimization
techniques inspired by natural evolution to iteratively improve solutions over generations. In
this context, a solution may constitute an explanation for a DNN prediction, which represent
evolved interpretable feature sets that mimic the complex model (as done with genetic algorithms
for explaining CNNs for image classification [102]). Alternatively, EAs can generate the local
synthetic dataset for local surrogates, creating instances that best cover the DNN’s decision
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boundary, as seen with LORE [32], a popular alternative to LIME. EAs begin with a population
of candidate solutions (individuals), evaluated based on a fitness function. Selection chooses the
best-performing solutions to act as parents for the next generation, with genetic operators like
crossover and mutation creating offspring. This iterative process continues until a termination

criterion, such as a maximum number of generations or a satisfactory fitness level, is met.

An attractive subset of evolutionary algorithms is Genetic Programming (GP) [103], which
evolves functional structures like computer programs or algebraic expressions without requiring
prior knowledge of the solution’s structure. GP can produce both linear and nonlinear models,
naturally represented in interpretable tree structures [29]. Specifically, GP encodes solutions
as structured syntax trees, where variables and constants are the leaves (terminals) and
various operations or functions are the internal nodes. Importantly, these functions can be
domain-specific, not just arithmetic operators. One way to encode domain-specific operations is
by representing individuals through the use of grammars, known as Grammar-Guided Genetic
Programming (GGGP) [104] (Figure 3.3). Grammars encode expressive rules that restrict the
solution structure to the desired level of abstraction, making interpretability straightforward by
simply evaluating the phenotype (the resulting tree) of the solution. Although never applied
to genomics, we believe that GP constrained with grammars can be a powerful framework for
DNN interpretability, and will be further explored in this thesis.
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Figure 3.3: Representation of Grammar-guided Genetic Programming. The key aspect is the use of a grammar
that defines the syntax of the solution space. In genomics, the grammar can encode abstractions such as motifs,
motif combinations, and motif spacings. The evolution process searches for fine-grained representations within
these grammatical concepts. The final program (e.g., a local surrogate model predicting the DNN score), is
inherently interpretable because it adheres to the predefined grammar.
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3.5 Deep learning models of RNA splicing

We can roughly divide computational models of RNA splicing into two major categories. A first
group of models predicts the probability or usage of core splicing signals such as splice sites or
branchpoints from primary genomic sequences. The second group focuses on predicting splicing
across different conditions or tissues. Next, we introduce the type of data used to train these
models, and provide an overview of models from each category.

3.5.1 Genome-wide quantification of splicing

Next Generation Sequencing (NGS) technologies enable large-scale transcriptome analysis.
RNA-Seq, a widely used transcriptome sequencing approach, provides an overview of mRNA
types and abundances in a population of cells. Sample size varies with sequence pool complexity
and can include millions of sequencing fragments [105], which are then sequenced into short
reads.

The RNA-Seq analytics pipeline involves mapping these short reads to a reference genome to
quantify gene expression levels and alternative splicing patterns. While quantifying splicing at
the gene isoform level is possible, reconstructing full splicing isoforms from short RNA-seq reads
is challenging [106]. Instead, researchers often employ a more practical event-based approach,
which measures binary (or more complex) splicing changes at the exon level.

Splicing outcomes are expressed as percent-spliced-in (PSI) (¢ € [0, 1]), which quantifies an
exon’s relative inclusion level by measuring the ratio between reads supporting inclusion and
the sum of reads supporting inclusion and exclusion. A PSI value of 1 indicates constitutive
inclusion, while 0 indicates total exclusion. Differences in PSI are expressed using delta
PSI (dPSI) (Ay € [—1,1]). Because RNA-Seq data exhibits heteroskedastic noise, contains
systematic sampling bias (e.g., varying sequencing depth), and displays positional and sequence
biases [107], specialized software is required to accurately estimate sample PSIs and dPSIs
across conditions [108-110]. Downstream analyses typically examine exons with significant dPSI
changes across conditions or tissues, which are often associated with the biological phenotype
of interest.

Classical experiments to study splicing regulation often involve a gene knockdown to silence
or reduce expression of a target gene. By knocking down an RBP and performing RNA-Seq on
these cells, researchers can compare their splicing patterns with control samples. This allows the
identification of exons with altered splicing patterns due to the RBP knockdown. Additionally,
the binding profile of the RBP can be characterized through CLIP-based technologies [111], such
as eCLIP [112]. The data generated identifies regions of the genome that the RBP binds to. By
correlating these binding sites with the splicing outcomes measured in the knockdown RNA-Seq

experiments, researchers can learn how the RBP modulates splicing [113].
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3.5.2 Predicting core splicing signals

Several sequence-based strategies to predict splicing elements have existed for quite some time.
Early approaches relied on principles such as maximum entropy modeling [114], PWMs [115],
Markov models [116, 117], or k-mer-based features [118, 119] to score splicing elements. Most
initial CNNs framed splice site prediction as a binary task, using architectures with few
convolutional layers - SpliceFinder, for instance, used just one convolutional layer [120] - and
typically accepted short input sequences [121, 122], or split the splice acceptor and donor
predictions into separate models [122, 123]. More recently, Spliceator extended these concepts
to predict splice sites across multiple species within the eukaryotic domain [124].

SpliceAl

In 2019, a landmark paper introduced SpliceAl, an end-to-end approach for splice site
prediction [38]. Given its significance to this thesis, we describe this model in greater detail.
Unlike previous methods, SpliceAl employs residual blocks [125] for computer vision tasks.
Residual blocks in SpliceAl consist of BatchNorm layers, RelLU activation functions, and
convolutional layers organized with skip connections (Figure 3.4). These skip connections
enable the training of very deep networks by mitigating the vanishing/exploding gradient
problem, thereby maintaining gradient flow during backpropagation and allowing for faster
convergence [125].

Additionally, the convolutional units within each residual block apply increasingly larger
filter sizes and dilation rates, which capture long-range dependencies in the sequence. The
architecture of SpliceAl is designed to evaluate each position using a 10kb nucleotide sequence
context, significantly larger than that used by any other splicing model. The output is a sequence
of predictions representing the probabilities of each position being a splice donor, acceptor, or
neither.

SpliceAl was trained on raw transcript sequences, with labels indicating splice site
positions extracted from GENCODE annotations [126] and Genotype-Tissue Expression (GTEx)
RNA-Seq data [127]. SpliceAl demonstrated remarkable results in predicting genetic variants,
particularly de movo variants affecting cryptic splice sites. This achievement presented, for the
first time, realistic hope that a model could predict clinically relevant deep intronic mutations
affecting splicing [38].

Inspired by SpliceAl, Splam [128] differs in its number of residual blocks and modified
convolutional layer parameters. It is designed for efficiency, using much smaller input contexts
(800bp). Donors and acceptors from splicing isoforms were trained in pairs, with 200bp on each
side of each splice site concatenated to form the input sequence. Additionally, the authors suggest
that Splam’s splice site scoring can correct errors in spliced RNA-Seq alignments. Unfortunately,
the model does not predict variant effects.
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RB(N, W, D)
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Figure 3.4: SpliceAl’s model architecture. Each Residual Block, termed ‘RB’, employs the same number
of filters ‘N’ in each convolutional layer (N=32), but the filter size ‘W’ and dilation rate ‘D’ increase with each
block. A final layer applies the softmax function to output the probabilities of each position being a splice donor,

acceptor, or neither. Figure adapted from [38].

LaBranchoR

Besides splice sites, another crucial splicing element is the branchpoint (Figure 2.1). While
non-deep learning models exist for scoring branchpoints [129-131], LaBranchoR [132] is the
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state-of-the-art deep learning model for branchpoint prediction.

LaBranchoR predicts splicing branchpoints directly from raw RNA sequences located 1 to
70bp upstream of genome-wide annotated 3’ splice sites. It employs a two-layer Bi-directional
Long Short Term Memory (Bi-LSTM) neural network with 32 hidden nodes in each direction per
layer. Per base predictions are computed by taking a linear combination of the hidden states of
the second layer and applying a sigmoid function to return the probability of each input position
being a branchpoint site.

Models quantifying

Unlike SpliceAl and earlier splice site predictors, which output probabilities for a sequence or
position being a splice site, other models predict quantitative readouts of splicing outcomes. For
instance, COSSMO [133] predicts v values from sequences by modeling the competition between
alternative splice sites (e.g., 5’SS) given a fixed constitutive splice site (3’SS). The model outputs
a discrete probability distribution over the alternative sites, indicating the frequency with which
they are selected, serving as a proxy for .

MDMSplice [134] is a modular framework that predicts various components of splicing. It
leverages multiple individual ANNs that score elements such as splice sites (trained from splice
junctions from GENCODE), or 9 values using exon and intron modules trained with synthetic
sequences from a Massively Parallel Reporter Assay (MPRA) [119]. Several regression models
combining individual modules were then designed to predict variant effects on ¢ and splicing
efficiency, while a logistic regression classifier was used to predict pathogenicity.

3.5.3 Tissue-specific models

This category of approaches, under the umbrella of splicing codes, models splicing outcomes
across multiple conditions, such as tissues. Early models used handcrafted splicing features
from genomic sequences of cassette exons and their flanking introns [135, 136]. Due to the noisy
nature of splicing quantifications (at the time using microarray data), modeling ¢ or Aty as
continuous random variables was challenging. Thus, the task was formulated to predict the
probability of differential splicing between tissue pairs.

Leung et al. [137] and Xiong et al. [138] used a fully connected neural network and a Bayesian
Neural Network, respectively, to improve over the previous methods by incorporation of splicing
quantifications from RNA-Seq data to predict real-valued absolute 1 values in more tissues.
The latter, called SPANR [138], was a pioneering effort in quantifying tissue-specific effects of
genetic variants on splicing. A later attempt tried to incorporate CLIP data into these models,
but the results were modest [139].

With the advent of CNNs and large-scale tissue-specific RNA-Seq data (e.g., GTEx
consortium), new models trained directly from raw sequences emerged. MTSplice extends the

27



Chapter 3 3.5. Deep learning models of RNA splicing

MDMSplice framework to quantitatively predict tissue-specific variant effects [140], proposing a
new CNN (TSplice) that predicts ¢ values across 56 tissues using a multitask learning approach.

Pangolin [141] leverages the SpliceAl architecture, with slight modifications in the last
two layers, to predict both splice site usage and probability from primary sequences using
tissue-specific RNA-Seq data from multiple species.

Recently, the AbSplice framework [142] was developed to predict tissue-specific splicing
outliers (large At changes) caused by genetic variants. The authors created tissue-specific
splice site annotations (SpliceMaps) and combined them with SpliceAI and MMSplice to build a
generalized additive model, providing probability estimates of aberrant splicing in a given tissue
of interest.

3.5.4 Summary

This section provided an overview of deep learning models applied to RNA splicing, highlighting
key conceptual advances. Early in this PhD work, we confirmed the potential of deep learning
to score clinically relevant intronic variants. In a large cohort of Hypertrophic Cardiomyopathy
patients, we identified cryptic splice site variants and a branchpoint-disrupting variant in the
MYBP(C8 gene using SpliceAl and LaBranchoR, respectively, which co-segregated with disease
phenotypes in families [35].

Next, we will benchmark these models, along with others focused on interpretability, for
predicting disease-associated deep intronic variants across various diseases, sequence contexts,
and splicing defects. This task serves as a challenging test to assess the generalization capacity

of these models and their understanding of the splicing mechanism.
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Predicting intronic variants affecting the
splicing mechanism

This chapter presents a benchmark of the state-of-the-art methods for predicting and interpreting
deep intronic variants that disrupt RNA splicing. Towards this goal, we first provide a
comprehensive overview of VEPs, their scope and limitations and then we developed a software
to streamline VEPs benchmarking. Moreover, we curated several relevant datasets for the task,
including a new dataset of deep intronic variants causing human disease and region-specific
variant sets disrupting splicing through different molecular mechanisms. This work gave rise to

multiple contributions:

e Development of VETA, a software for benchmarking variant prediction tools.
Code: https://github.com/PedroBarbosa/VETA
Paper: P. Barbosa, M. Ribeiro, M. Carmo-Fonseca, A. Fonseca, “Clinical
significance of genetic variation in hypertrophic cardiomyopathy: comparison of
computational tools to prioritize missense variants”, Frontiers in Cardiovascular
Medicine, 2022 [36].
Reproducibility: https://github.com/PedroBarbosa/paper_HCM_benchmark

e Manual curation of splicing-disrupting benchmark datasets
DOI: https://doi.org/10.5524/102423

e A simple tool that processes VCF files and generates the correct input to run several

sequence-based splicing predictors.

Code: https://github.com/PedroBarbosa/Prepare_SplicingPredictors

e Benchmarking performance and interpretability of VEPs in deep intronic regions.
Paper: P. Barbosa, R. Savisaar, M. Carmo-Fonseca, A. Fonseca, “Computational
prediction of human deep intronic variation”, GigaScience, 2023 [37].
Reproducibility: https://github.com/PedroBarbosa/DeepIntronic_Benchmark
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Chapter 4 4.1. Introduction

4.1 Introduction

Genetic variation plays a crucial role in understanding human disease and trait inheritance. Yet,
for a long time, studies paid scant attention to variants in intronic gene regions [143], which were
thought to harbor little functional variation. With the widespread adoption of WGS, intronic
variants can be identified more effectively than ever before. Nevertheless, the large number of
candidate variants discovered brings significant challenges for their functional interpretation [16],
especially for those affecting RNA splicing [17].

Given the challenges of interpreting deep intronic mutations (previously discussed in
Section 2.1.2), computational tools are often used to prioritize variants based on their likelihood
of being deleterious. The first wave of methods used large genomics datasets to engineer features
(e.g., allele frequencies from ExaC [144] or histone modification levels across cell lines from
ENCODE [145]) and to build classifiers that work on tabular data. More recently, end-to-end
deep-learning methods predict the impact of genetic variants from sequence alone, with the
features automatically extracted within the network [76]. SpliceAI [38] is widely recognized
as the most successful method of this kind, although its performance has been shown to vary
across studies and datasets considered [17]. Recently, new models have been developed based on
SpliceAl, either combining its predictions with other sources of information (such as genetic
constraint for ConSpliceML [146] and PDIVAS [147], or tissue-specific splice site usage for
AbSplice-DNA [142]), or even creating an entirely new model based on SpliceAl architecture.
For example, Pangolin [141] uses splicing quantifications from multiple species and tissues to not
only predict whether a position is a splice site (as SpliceAl does) but also to predict splice site
usage (e.g., how much a splice site is being used in a given tissue). In contrast, CI-SpliceATI [148]
uses different training labels for true and false splice site positions based on a collapsed transcript
structure derived from GENCODE [126] annotations.

Most intronic variant prediction benchmarking studies are performed by the authors of
the tools to present a comparative analysis with existing methods. Even subconsciously,
biases might be favoring the proposed model, be it because of the dataset selected or the
methodology employed for the comparison [149, 150]. Multiple independent benchmark studies
do exist [151-157], however, their scope is often somewhat limited. Firstly, some studies only
focus on variants overlapping particular types of splicing information, e.g. splicing regulatory
elements [151, 153]. Secondly, only using variants from a few genes can render the genome-wide
extrapolation of conclusions difficult [152, 154, 156]. Lastly, to our knowledge, no study compares
the performance of promising and recently developed methods such as Pangolin, CI-SpliceAl,
ConSpliceML, AbSplice-DNA, PDIVAS and SPiP [158].

To help researchers and clinical practitioners understand prediction tools and how they can
be applied to interpret genetic variants in introns, we conducted a comprehensive evaluation
of a series of tools for the task of predicting functional variation in the intronic space far
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from canonical splice sites (Sections 4.4 to 4.6). To this end, we carefully selected intronic
variants from multiple sources and curated a new set of disease-causing deep intronic variants
affecting RNA splicing (Appendix A.1). Besides evaluating the capacity of tools to predict
functional variants deep within introns, we also report, for the first time, an assessment of the
interpretability of these tools’ outputs (Section 4.7) and their capacity for accurate tissue-specific
variant prediction (Section 4.8). We finally provide clear recommendations for tool usage
depending on the variant’s location within the intron and its molecular effect (Section 4.9).

4.2 The prediction tools studied are diverse in methodology and

objectives

We now provide a snapshot of the state-of-the-art of methods that predict, in any way, functional
variation in introns (Table 4.1, details on how we annotated VCF files with VEPs scores in
Appendix A.2). We divided the methods into four different categories: conservation scores
that measure the degree of evolutionary conservation at a given position or region of the
genome; genome-wide predictors that integrate multiple feature types to predict variant effects
regardless of the variant type; methods that focus on splice-disrupting variants and allow for
automated batch predictions; and splicing-specific methods that solely target specific types
of splicing information (e.g., BP), or require the use of a web application to retrieve results.
For many tools, there are two fundamentally different ways to obtain predictions: making de
novo model inferences given an input variant set or using pre-computed predictions, which is
faster computationally. We decided to use pre-computed predictions when available because it
considerably simplifies the variant annotation pipeline and is thus accessible to a more diverse
set of end users. However, it should be noted that this approach may miss some indels that are
not represented in the pre-computed databases. Of the 38 tools used to score at least one dataset
in this study, 19 had pre-computed databases available (Table 4.1). Because some of them only
provide predictions for the GRCh37 genome build, we ran all experiments using this genome
version. Of note, pre-computed predictions are a permanent representation of a model version,
which may not be updated along with developments to the tool. However, we observed that
only one tool, CAPICE [159], had outdated pre-computed scores. Importantly, not every tool
considered was built with deep intronic regions in mind. For example, some tools were explicitly
trained only to score consensus splice site variants (e.g. MaxEntScan [114], dbscSNV [160]),
while others only output predictions up to an approximately defined distance between the
variant and the nearest splice site (e.g., 300 bp for SPIDEX [138] or 50 bp for MLCSplice [161]).
In addition, we ran certain models (KipoiSplice4 [82], HAL [119], MMSplice [134]) using the
Kipoi framework [82], which further restricts predictions to a tool-specific distance between the
splice site and the variant. Therefore, we expected these methods to perform poorly on some
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comparisons simply because the fraction of missing predictions should increase when moving
further into the intron. Still, we decided to include these tools in the study because many of the
variants evaluated locate within the distance that we expected these tools to cover.

It should also be noted that the tools were built for different tasks. While some models
were designed to distinguish between pathogenic and benign variants (e.g., S-CAP [162],
KipoiSplice4), others predict variant effects on splicing outcome, which does not necessarily
translate into disease (e.g., SPiP, MMSplice). The latter category comprises sequence-based
deep learning models such as SpliceAl or Pangolin. While these packages accept genetic
variants in VCF format as input, it is important to note that the models primarily operate
on sequences. They predict the probability of a given sequence position functioning as a splice
site. If the model is run twice, once with the reference and once with the mutated sequence,
it is possible to assess splice site alterations caused by genetic variants with the so-called
delta score (mutated - reference allele). This has been the major practical use of the tool
so far. Using the same rationale, we also included several sequence-based methods that predict
splicing-related elements. These include SpliceRover [123], DSSP [122], and Spliceator [124] for
splice site-associated variants, ESEfinder [163], ESRseq [118] and HEXplorer [164] for variants
affecting splicing regulatory elements, and SVM-BPFinder [129] and BPP [130] for variants
impacting the BP signal. Of note, we only employed these methods for the datasets deemed to
be relevant given their original task.

4.3 Enabling variant effect prediction benchmarking with VETA

VEPs are highly heterogeneous, with their input requirements and output formats varying
significantly. In addition, the number of VEPs is continuously increasing, making it challenging
to keep track of their underlying methodologies, the interpretation of the output score and
decision threshold for fair assessment against other methods [165]. Therefore, we developed
Variant prEdiction Tools evAluation (VETA), with the goal of simplifying benchmarking of
VEPs and standardizing such an important aspect of variant interpretation. VETA has
embedded support for more than 50 VEPs, yet users can easily add custom methods not included
by default. Figure 4.1 provides a high level overview of VETA workflow.
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Figure 4.1: VETA high level workflow. VETA has two main running modes, benchmark and interrogate.
The former assumes labeled data and benchmarks VEPs based on that information. The latter ranks variants
according to the consensus among predictive tools regarding pathogenicity. In either mode, VETA takes care of
harmonizing and standardizing the diverse set of VEPs outputs, rendering them ready for the analysis.

Briefly, VETA takes as input labelled VCF files (e.g., benign and pathogenic variants)
annotated with ensembl VEP [188], the most used variant annotator. This single requirement
has the main purpose of enabling more fine-grained analyses, depending on the user needs. For
example, the VCF may contain variants occurring at different genomic locations (e.g, coding,
intronic, untranslated regions (UTRs)). By taking advantage of ensembl VEP annotations,
VETA can automatically stratify benchmarks for each region, where performance may differ
significantly [189]. Moreover, VETA includes evaluation metrics that deal with different
scenarios such as class unbalancing, the lack of decision thresholds or low coverage (high rate of

missing predictions).

4.3.1 Threshold calibration

One import aspect for using VEPs in variant interpretation for clinical purposes is determining
the decision threshold at which a variant is considered to harbor evidence towards pathogenicity.
Often, tool authors do not provide a clear threshold, of if provided, it may be inadequately
calibrated. VETA offers a straightforward way for deriving an optimized threshold, allowing
for different levels of importance given to precision and recall. In short, for each tool VETA
calculates the F-Beta score across 100 thresholds uniformly distributed over the observed range
of scores, according to the formula:

Precision - Recall
(2 - Precision) + Recall

Fg=(1+p%- (4.1)

36



Chapter 4 4.3. Enabling variant effect prediction benchmarking with VETA

where [ is a parameter allowing to balance the weight given to precision
(T'ruePositives(TP)/ TP+ FalsePositives(F P)) and recall (T'P/T P+ FalseNegatives(FN)).
VETA tests three [ values by default: 0.5, 1 and 1.5. For each S value, the threshold that
maximizes the F-Beta function is selected as calibrated threshold. Higher § values favor
sensitivity, allowing to capture more pathogenic variants at the cost of increasing false positives.
Conversely, lower 3 values favor precision, at the cost of possibly missing some true positives.

The reliability of the adjusted thresholds can be further examined through bootstrapping.
For each tool, 1000 bootstrap samples are generated, ensuring the same class ratio as in the
original dataset. Then, the best threshold is derived for each bootstrap sample as described
above with the Fj formula. Finally, the 0.025 and 0.975 quantiles of the distribution of the
bootstrap sample statistic (which is a distribution of the best thresholds) are computed. These
values are then used to interrogate at which threshold range 95% of the bootstrap sample statistic
lies, and how wide/narrow this interval is in respect to the threshold obtained with the true data.

4.3.2 Combining tools into meta-predictors

Many VEPs incorporate predictions from other VEPs as features within their models (e.g, [142,
146, 147, 161]). They are called meta-predictors, and the rationale behind them is that exploiting
and combining the strengths of different methods can lead to more robust results. VETA has a
module that combines predictions of multiple tools and creates meta-predictors using standard
scikit-learn models [190]. Importantly, VETA automatically streamlines hyperparameter
optimization via grid search, evaluates the models with stratified cross-validation, and compares
performance of the meta-predictors with individual counterparts.

These utilities serve as an initial step in assessing the potential advantages of combining
multiple methods. Accordingly, VETA seamlessly integrates feature importance analysis (e.g,
information gain, recursive feature elimination) to study which tools are more likely to provide
complementarity to the meta-predictor.

4.3.3 Faithful benchmarking of intronic variants

VETA is designed to handle the specificities of intronic variants. For instance, it is expected
that variants located at the splice site dinucleotide are likely to disrupt splicing and therefore
VEPs, trained with this information, should perform well. However, the further the variant is
from the splice site, the more challenging it may be to predict its effect. VETA stratifies the
benchmark in bins, according to the distance between the variant and the nearest splice site.
As it will be discussed in the next section, this feature was crucial for more realistic evaluation
of the tools. To add on that, it is possible to do separate benchmarks for variants closer to
acceptor and donor splice sites, which may also be of great utility.
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4.3.4 Availability

VETA is a versatile software that can be used to benchmark VEPs in a standardized way.
Moreover, it includes an interrogate mode that ranks variants according to how much VEPs
agree on their evidence for pathogenicity, regardless of existing labels. It is of practical use in
whole-genome and exome sequencing studies to help narrow down candidate variants for further
validation.

The software, which is open source and written in Python, features an intuitive command
line interface, and is thoroughly documented on its GitHub repository (https://github.com/
PedroBarbosa/VETA). VETA is stored in the Python Package Index (PyPI), and also accessible
via a pre-built Docker image (https://hub.docker.com/r/pbarbosa/veta).

4.4 ClinVar variants located beyond 10 bp from the splice sites
are poorly predicted

Having introduced VETA, we now present the results of the benchmark. First, we
employed a bin-based analysis to evaluate ClinVar data (full dataset is available at
https://s3.ap-northeast-1.wasabisys.com/gigadb-datasets/live/pub/10.5524/102001 _
103000/102423/supplementary_tables/table_S1_clinvar_data.tsv). We evaluated
performance using a variation of the F1 score called the weighted F1 score. This metric
considers missing predictions during evaluation (refer to Appendix A.3 for details on the
metrics used). Because ClinVar contains disease-causing variants that act through different
molecular mechanisms, we included not only splicing-related tools but also conservation scores
and whole genome predictors in the evaluations. Some of the models were trained using ClinVar
data (Table 4.1), potentially leading to a circularity type I problem [191]. Fully correcting for
this issue would have signified removing all ClinVar variants that were used in the training
of any of the tools. This would have been problematic, as we would have lost many valuable
deep intronic variants, which are typically scarce. However, most of the tools that were trained
with ClinVar variants performed poorly. CAPICE was the only one to achieve a weighted F1
score above 0.6 across all bins (Figure A.1A). We therefore only removed ClinVar variants that
were used for training CAPICE (N=14,189: 5,205 pathogenic and 8,984 benign). This is a
trade-off, allowing for over-estimated performance for some of the more underperforming tools
while ensuring a sufficiently large dataset for the evaluation of all tools. After this filtering
step, 53,600 variants remained for evaluation. As expected, the distribution of the two variant
classes (pathogenic and benign) across bins is highly unbalanced (Figure 4.2A). More than 90%
of the intronic pathogenic variants occur at splice site positions, and more than 95% occur
within 10 nucleotides from an exon-intron boundary.

Due to the spatial limitations discussed previously, we expected that some splicing tools
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would only output predictions for ClinVar variants located close to splice sites. Our results
confirmed that several methods make predictions for less than 50% of the variants located at
a distance of more than 40 bp from the nearest splice junction (Figure 4.2B). The fraction
of predicted variants decreases according to the expected regions that each model covers:
50bp for S-CAP and MLCsplice, and 300bp for SPIDEX. MLCsplice was designed to predict
non-canonical splicing variants (i.e. excluding splice site variants), thus, it is the only tool
that displays no predictions at 1-2 positions (Figure 4.2B). In addition, we observed that the
tools ran using the Kipoi framework (KipoiSplice4, HAL, MMSplice) displayed a notable drop
41-200 bp from the splice site. On the other hand, SQUIRLS [183], Pangolin, CI-SpliceAl,
SPiP, TraP [182], SpliceAl, ConSpliceML and AbSplice-DNA predicted across entire introns
(Figure 4.2B). Regarding the remaining tool categories, we observed that both whole genome
predictors and conservation scores (except phastCons [166]) output predictions for most ClinVar
variants (Figure 4.2B).

Next, we evaluated how the tools that score across full introns perform with ClinVar data.
Performance dropped considerably for variants located deeper in intronic regions, especially once
a distance of 10 nucleotides from the splice site had been reached (Figure 4.2C). The splicing
tools with the smallest and largest performance decrease between the splice site bin (“1-2”)
and the “11-40” bin were Pangolin and TraP, with weighted F1 scores decreasing by 0.303 and
0.757, respectively (Figure 4.2C). Conservation scores and whole-genome predictors performed
poorly as well. Except for CAPICE and CADD-Splice, most methods displayed weighted F1
scores below 0.15 at the 11-40 bin. Overall, the most performant tools were CI-SpliceAl,
Pangolin and SpliceAl with average weighted F1 scores across all intronic bins of 0.672, 0.661
and 0.627, respectively (Figure 4.2C). A table with all metrics for each tool and bin can be
found at https://s3.ap-northeast-1.wasabisys.com/gigadb-datasets/live/pub/10.5524/
102001_103000/102423/supplementary_tables/table_S2_clinvar_data_results.tsv.

Strikingly, we noticed an increase in performance in the deepest intronic bins when compared
to intermediate distances (Figure 4.2C). We hypothesized that variability in transcript structures
could be the reason: despite these variants being assigned as occurring very deep within introns
(> 500bp from the splice site) according to the associated RefSeq transcript, they may be exonic
or near-splice site variants in other isoforms of the associated gene. To tackle this question, we
looked at the raw transcript annotations (without picking ensembl VEP consequences) of the
variants assigned to the > 500bp bin (N=1501) and decomposed them into several sub-categories
based on their localization in different transcript isoforms (see methods details in Appendix A.4).
Our analysis revealed that 304 variants are located in exons in other transcripts and 274 variants
mapped to introns but closer to splice sites than in the transcript isoform originally considered
(Figure A.1B). In particular, some of the intronic variants are located at splice sites in other
transcripts (Figure A.1C). We found that the performance of the tools was generally better
for these categories than for categories where the variant distance to the splice site remained
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Figure 4.2:

considering the

Intronic variant prediction in ClinVar. A - Distribution of variants across each intronic bin

RefSeq transcript associated with each ClinVar variant. B - Fraction of variants scored (with
predictions) at each intronic bin. Mean values in the legend represent the average fraction of variants scored
across all bins. C - Performance of tools that predict entire introns (defined as > 90% scored variants) at each
intronic bin. Mean values in the legend represent the average weighted F1 score across all bins. D - Differences in
performance per deep intronic bins (“501-1000” and “10004-”) after removing variants that are exonic or closer to
splice sites in other transcripts of the associated gene. Points refer to the weighted F1 difference between this new
analysis minus the values obtained originally (displayed in C). Annotations next to points refer to the weighted
F1 scores in the new analysis for the tools whose performance difference is positive.

unchanged (Figure A.1D), which is consistent with the hypothesis that deep intronic pathogenic
variants are hard to predict. After excluding variants from exonic and closer-to-splice sites
categories, we repeated the per-bin analysis to see whether the performance increase in the
deepest bins remained. We observed that most conservation-based methods and whole genome
predictors displayed a decline in performance compared to the original analysis (Figure 4.2D).
On the other hand, a subset of splicing tools such as ConSpliceML, SpliceAl, Pangolin or
CI-SpliceAl showed better performance than before, suggesting that unequivocal deep intronic
variants in ClinVar are associated with splicing and that SpliceAl-based methods can identify
them reasonably well.
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4.5 Pathogenic splicing-affecting variants are captured well by

deep learning based methods

Not all ClinVar intronic variants are associated with splicing defects. However,
splicing-related tools were the most successful at predicting the pathogenicity of deep
intronic mutations. Therefore, we decided to narrow our focus to variants that specifically
affected splicing. Our lab previously published a dataset of deep intronic variants
causing human disease via disruption of splicing (N=81) [59]. In the current study,
we augmented the dataset by performing a comprehensive literature search for case
reports published after 2017, where the association between a variant and a splicing
defect was supported by experimental evidence, such as from RT-PCR, sequencing
of ¢cDNA products, RNA-Seq or minigene/midigene assays (full dataset available at
https://s3.ap—northeast-1.wasabisys.com/gigadb-datasets/live/pub/10.56524/102001 _
103000/102423/supplementary_tables/table_S3_splicing_pathogenic_curation.tsv).
This new curation effort is composed of 161 variants covering a diverse range of disease
phenotypes, with most diseases represented by fewer than 3 variants (Figure A.2A). A great
number of these variants are not yet reported in ClinVar (N=90), and of those that are
reported, a few (N=11) are incorrectly classified as VUS, with review status ranging from 0-1
stars (Figure A.2B). As further evidence of their pathogenicity, the variants are very rare in
the general population, as most of them are absent from gnomAD [12], a widely used catalog
of genetic variation across human populations (Figure A.2C).

The results showed that SpliceAl-derived methods outperformed the remaining tools.
PDIVAS displayed the highest area under the ROC (auROC), followed by Pangolin,
ConSpliceML and SpliceAI (Figure 4.3A). However, evaluation using single thresholds revealed
lower performance than using auROC, which is based on multiple thresholds (Figure A.2D). As
practical clinical applications usually require a binary decision, this prompted us to optimize
reference thresholds for detecting splice-affecting pathogenic intronic variation outside of the
canonical splice site regions (see VETA threshold recalibration). After recalibration, we
reveal SpliceAl and Pangolin as the best tools (weighted normalized MCC > 0.92) to identify
pathogenic variants using a single cutoff value (Figure 4.3B). As a practical outcome of this
analysis, we provide recalibrated thresholds for different trade-offs between precision and recall
(Table A.1).

4.5.1 Pseudoexon activation vs Partial intron retention

When available, we recorded information on the molecular consequences of each variant on
splicing. Pseudoexon activation was the most frequent consequence of deep intronic variants (194
out of 242 in our dataset). We also identified 37 variants leading to partial intron retention due
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Figure 4.3: Pathogenic variant prediction of deep intronic variants affecting RNA splicing (81 variants from
Vaz-Drago et al. [59] and 161 curated for this study). A - Receiving Operating Characteristic (ROC) analysis
for all splicing-associated methods. B - Performance using optimized thresholds for intronic variation outside
of canonical splice regions. The weighted normalized MCC was used to rank the tools. C - Performance using
optimized thresholds on two different subsets of variants: variants leading to partial intron retention and variants
leading to pseudoexon activation. PDIVAS and AbSplice-DNA were excluded as they do not score the two groups
equally (PDIVAS only predicts variants located 50bp beyond the nearest splice site, while AbSplice-DNA scores
variants within 100bp of any splice junction observed in GTEx data). Wilcoxon Signed Rank test, performed as
a one-sided test, was used to compare the values between the two groups of variants.

to the usage of an alternative splice site. Exon skipping was observed in only 6 cases, consistent
with previous observations that functional deep intronic variants are less commonly linked to
this mechanism [192]. We next compared the tools’ ability to detect pseudoexon activation and
partial intron retention variants using the optimized thresholds. We hypothesized that the tools
would perform better on the partial intron retention group since these variants are located closer
to the splice sites than those that activate pseudoexons (Figure A.2E). Nonetheless, we observed
no statistically significant differences between the two groups, with SpliceAl-derived methods
performing slightly better in the pseudoexon activation group (Figure 4.3C).

4.6 Variable performance in variants associated with different

molecular mechanisms

To gain further insight into the molecular mechanisms driving the splicing alterations, we
generated datasets of alternative splicing events triggered by intronic variants occurring at
different regions that are important for splicing regulation (Table 4.2, full datasets available at
https://s3.ap—northeast-1.wasabisys.com/gigadb-datasets/live/pub/10.56524/102001 _
103000/102423/supplementary_tables/table_S6_splicing_per_region_datasets.tsv).
We defined six categories (Figure 4.4, see Appendix A.l for details). Within each region,
we separately evaluated variants that trigger partial intron retention (via alternative splice

site usage at annotated exons) and variants that lead to pseudoexon activation. Importantly,
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contrary to the analyses performed above, we evaluate performance not based on the ability
to distinguish between pathogenic and non-pathogenic variants but rather between variants
that do (positive class) or do not (negative class) affect the mechanistic splicing outcome.
This is relevant as a variant may, e.g., create a pseudoexon, thus affecting the outcome of
splicing, without necessarily leading to disease. This decision was made as information on
variant pathogenicity was not always available. We also switch to reporting performance using
the area under the PR curve (auPRC), which is a metric to summarize precision-recall curve
analysis. This decision was motivated by two factors. Firstly, some categories have unbalanced
data, with fewer positive instances compared to negatives. The auPRC score provides a more
nuanced evaluation of tool performance by focusing on the accurate identification of positive
instances. Furthermore, it eliminates the need for a single universal cutoff, accommodating the

fact that different categories may have distinct optimal thresholds.
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Figure 4.4: Schematic representation of the regions used to define each dataset. The figure displays the
expected wildtype (WT) structure and the abnormal structure caused by the variant (Mut) for each of the two

major groups: pseudoexon activation and partial intron retention. The red blocks indicate regions of the mRNA
that are incorrectly spliced. Exceptionally, some branchpoint-associated variants result in exon skipping, which

is not graphically represented in the figure.

4.6.1 Branchpoint associated variants

Branchpoint associated variants were defined as located 18 to 44 bp upstream of the splice
acceptor of a cryptic or canonical splice site, either leading to pseudoexon activation, partial/full
intron retention, or exon skipping. In addition, we confirmed that the variant either disrupted
or created any of the four (increasingly relaxed) BP motifs described in [131]: YTNAY, YTNA,
TNA, YNA. Particularly, we excluded any splicing-altering variants located 1 bp upstream of the
branchpoint adenine. The final positive branchpoint-associated dataset (N==82) spans 7 different
sources, with Leman et al. [151] contributing the most (N=31, Table 4.2). The negative variants
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Table 4.2: Sources of data used to build region-specific splicing datasets.

Study Variants” Per category** Description
Splicing-altering
AU=3;NSA=12;EL=10; Manual curation of disease-causing deep intronic variants
-D . [59 1
Vaz-Drago et al. [59] 8 NSD=39;DD=17 with experimental validations
Our curation 140 BP=7;AU=11;NSA=26; Manual curation of disease-causing deep intronic variants
EL=19;NSD=43;DD=34 with experimental validations
BP=1;AU=12;NSA=21; Characterization of hundreds of mutation events driving
Keegan et al. [60] 143 . L. L o
EL=13;NSD=71;DD=25 cryptic splicing via pseudoexon activation
[ BP=1:AU=1;EL—7 Charaf:terlzatlon of pseudoexons activated by deep .mtror‘uc
Petersen et al. [193] 10 DD—=1 mutations that do not create or strengthen cryptic splice
T sites
Tubeuf et al. [152] 3 EL=3 Bcnc}?mark ‘of user-friendly tools for predicting variants
affecting splicing regulatory elements
3 ¢ al. [192] 231 BP=25;AU=42;NSA=3; Identification of intronic mis-splicing mutations from
ung et at. EL=56;NSD=37;DD=68 RNA-Seq using a read ratios approach
Moles-Fernandez et al. 15 BP=1;AU=2;NSA=2; Benchmark of using both SpliceAl and user-friendly tools
[153] EL=2;NSD=7;DD=1 to identify deep intronic variants that disrupt splicing
Bench k of bioinf ics tool; ict BP 11
Leman et al. [151] 31 BP=31 en? mark o blO.II.l ormat}c@ ools to bprec.hct as well as
the impact of splicing variants occurring in the BP area
Zhang et al. [131] 16 BP=16 Genome-wide analysis of human l?ranchpo'%nts and
development of a tool to score BP-associated variants
Splicing-neutral
M?‘les—Fernandez et al. 08 BP=2;AU=35:DD=61 Be{lchm.ark of ushlng b(')th SPllceAI and .user—frlen.d.ly tools
[153] to identify deep intronic variants that disrupt splicing
okk BP=59;AU=52, Vex-seq, a MPRA to test the impact of 2059 variants in
Vex-seq [194] 277 . .
EL=119;DD=47 splicing across 110 alternative exons
Multiplexed functional assay (MFASS) that assayed the
MFA 195 1 BP=34; AU=17; DD=
S8 [195] 09 34; AU=1T; o8 splicing effect of 27,733 ExAC variants
h, heticall i i 5 th
enomAD [12] 261 NSA=64; NSD=197 Common (and hypothetically benign) variants that create

true splice site motifs

* Total number of variants used from original study. Since several variants were duplicated across studies, we kept unique
occurrences given the order they appear in the table (top to bottom).

** Number of variants contributing to each category. BP = Branchpoint-associated; NSA = New splice acceptor; NSD = New
splice donor; AU = Acceptor upstream; DD = Donor downstream; EL = Exonic-like. Note: we could not assign a category to all
variants of our curation, hence the lower number as compared to the original dataset (N=161).

o Exceptionally, 119 variants from this study are exonic.

are located 18 to 44 bp upstream of an annotated splice site and had been shown not to affect
splicing using the minigene-based reporter assays Vex-seq [194] and MFASS [195](Table 4.2).
Because BP variants activating pseudoexons were scarce (N=4) and the molecular consequences
of BP-associated variants are not clear-cut (e.g., the same BP variant may lead to intron
retention and to exon skipping), we analyzed all the variants affecting the BP motif together. For
this analysis, we additionally included four branchpoint prediction tools: SVM-BPFinder [129],
BPP [130], LaBranchoR [132] and BPHunter [131]. Moreover, we included IntSplice2 [185] since
it predicts splicing-associated SNVs at intronic positions overlapping the branchpoint region.

Pangolin was the best-performing method for BP-associated variant prediction with an
impressive auPRC score of 0.93 (Figure 4.5, Figure A.3A). This result suggests that the training
of Pangolin on multi-species data potentially contributed to increased robustness in capturing
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the complexity of the branchpoint code. Among the tools specifically designed to predict BPs,
LabRanchoR and BPHunter were very competent, ranking 2nd and 4th, respectively, with
auPRC scores of 0.877 and 0.87. Conversely, BPP and SVM-BPFinder displayed more modest

results.
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Figure 4.5: Global overview of the performance (quantified with auPRC) for all the datasets analyzed.

4.6.2 Acceptor Upstream and New Splice Acceptor variants

The Acceptor Upstream category refers to splicing-altering variants that mostly locate upstream
(up to 18bp) of an existing cryptic splice acceptor and activate it. On the other hand,
the New Splice Acceptor category contains variants that form new splice sites themselves
(Figure 4.4). We collected negative variants differently for each of the two categories. For
Acceptor Upstream variants, we extracted variants located upstream of annotated splicing
acceptors that did not interfere with the splicing outcome, as demonstrated through MFASS,
Vex-seq or Moles-Fernandez et al. [153]. The BP region from 18 to 44 bp was excluded.
Conversely, we assigned common (>5% allele frequency) deep intronic gnomAD variants that
create new splice acceptor motifs as negative New Splice Acceptor variants (Table 4.2, see
details in Appendix A.1). Despite creating a splice acceptor motif, these variants are considered
non-functional due to their high prevalence in the general population. While it is theoretically
possible that these variants do affect splicing (e.g, if they occur in non-essential genes where
splicing alterations have little fitness effect), we confirmed that their genomic locations were not
used as splice junctions in individuals from the GTEx [127] cohort.
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The sets of splicing-altering variants we collected for each category were similar in size (71
and 64 variants for acceptor-upstream and new splice acceptor, respectively). However, when
we split the variants according to the major molecular group (pseudoexon inclusion vs. partial
intron retention), we obtained a very small number of new splice acceptor variants in the partial
intron retention group (N=13), hence rendering their computational evaluation statistically
limited. Therefore, for this particular analysis, we merged Acceptor upstream and New Splice
Acceptor variants into a new Acceptor associated class so that we could have a reasonably large
dataset to evaluate. As for the Branchpoint associated variants, we added IntSplice2 to the
list of tools to evaluate. In addition, we included two splice site prediction methods that we
customized to predict variant effects in VCF format: SpliceRover [123] and Spliceator [124].

SpliceAl, PDIVAS, Pangolin, ConSpliceML and CI-SpliceAl achieved good performance on
pseudoexon-activating variants, with auPRC above 0.9 (Figure 4.5). However, when it comes to
variants causing partial intron retention, performance drops considerably, with no tool achieving
an auPRC score higher than 0.85 (Figure 4.5). Except for PDIVAS, which had a substantial
amount of missing data for this analysis, the top tools remained unchanged, with Pangolin,
SpliceAl and CI-SpliceAl displaying auPRC scores of 0.847, 0.816 and 0.765, respectively
(Figure A.3C). Among the tools specifically added for this analysis, SpliceRover was the most
competitive, ranking 6th in the pseudoexon group and 5th for partial intron retention variants

(Figure A.3B,C).

4.6.3 Exonic-like variants

We consider here intronic variants that lie within either an activated pseudoexon or within
an annotated exon that undergoes alternative splice site usage (Figure 4.4). We identified
110 splicing-altering variants to compare against 119 splicing-neutral exonic variants from
Vex-seq (Table 4.2). After grouping the variants according to the major group, we obtained 78
pseudoexon-activating variants vs. 32 variants triggering partial intron retention. Accordingly,
we randomly split the negative the variants between the two groups so that the final datasets
were fairly balanced (84 and 35 variants for each group, respectively). For this comparison,
we also included three approaches that quantify splicing regulatory elements that enhance or
repress flanking splice sites: ESRseq scores [118], HEXplorer [164] and ESEfinder [163].

Once again, we observed better overall performance for the pseudoexon group compared to
the partial intron retention group (Figure 4.5, Figure A.3D, E). Pangolin and SpliceAl were
among the best tools in both major groups. Interestingly, HEXplorer and ESRseq performed
better for the pseudoexon group than models that incorporate deep learning based predictions
such as AbSplice-DNA or ConSpliceML (Figure A.3D).

Although SpliceAl performed best comparing to other methods, its pre-computed scores were
configured to only report variant effects in a 50-bp window from the variant site. While this
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window is fine for most variant types (the affected splice sites are usually close to the variant
site), that may not be the case for pseudoexon-activating variants that could be located deep
inside the pseudoexon (assuming a pseudoexon of the size of an annotated exon). Therefore, we
selected the splicing-altering variants missed by SpliceAl using the optimized threshold of 0.05
(N=25) and used the SpliceAl Lookup API (https://spliceailookup.broadinstitute.org/,
last accessed May 25th, 2023), to run the model using a larger maximum distance (500 bp). We
observed that 9 out of 25 were correctly reclassified as splicing-altering, suggesting that Splice Al
performance may be underestimated when ignoring longer-range variant effects.

4.6.4 New Splice Donor variants

We identified 197 positive variants falling into this category (Table 4.2). For the negative set, we
used variants that created a GT dinucleotide resulting in a splice donor consensus (GGTAAG),
but that were unlikely to act as a cryptic splice site as they appeared in gnomAD with a
population frequency >5% and were not observed to be used as a splice junction in GTEx
individuals. We added SpliceRover, DSSP and Spliceator tools to the evaluation.

PDIVAS demonstrated the best performance in the pseudoexon activation group, achieving
an auPRC score of 0.981. On the other hand, AbSplice-DNA outperformed other tools for
partial intron retention variants with a performance metric of 0.94 (Figure 4.5, Figure A.3F,
G). Similarly, SpliceAI, ConSpliceML, Pangolin and CI-SpliceAl exhibited excellent results,
indicating that these models are very well-suited for predicting this category of variants.
Importantly, we noticed a large performance gap between SpliceAl-related tools (plus SPiP)
and the rest, which performed rather poorly (almost all tools with auPRC scores below 0.6,
Figure 4.5). Considering that splicing-negative variants in this dataset create hypothetical
splice donor decoys, we wondered whether tools that incorporate cryptic splice site scoring
features using short sequence windows surrounding the variant site (Position Specific Scoring
Matrix (PSSM)-based for TraP, information content-based for SQUIRLS) would predict negative
variants as splicing-altering. Indeed, we observed a large proportion of false positives for
these tools in the pseudoexon-activation group when using a single reference threshold for
evaluation (1.0 for TraP and 0.98 for SQUIRLS). Conversely, deep learning based methods
such as SpliceRover, DSSP and Spliceator may rely too much on the near-splice site features
(despite using larger sequence contexts), hence the poor performance observed.

4.6.5 Donor Downstream variants

This category refers to all splicing-altering intronic variants located downstream of the cryptic
splice donor event (N=146). Negative variants (N=166) are located downstream of annotated
exons and were shown experimentally to have no impact on splicing outcomes (Table 4.2). As
before, we included SpliceRover and Spliceator in the analysis. DSSP was excluded since it
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Figure 4.6: auPRC scores for the tools capable of predicting entire introns.

predicts splice sites at fixed positions in the input, but in this category, variant positions with
respect to the cryptic splice donor are variable.

PDIVAS and SpliceAl excelled on the subset of variants triggering pseudoexon activation
with auPRC scores of 0.969 and 0.959, followed by ConSpliceML, Pangolin and CI-SpliceAl,
all with performance values above 0.9 (Figure 4.5, Figure A.3H). Regarding the partial intron
retention subset, Pangolin and SpliceAl performed the best (auPRC scores of 0.89 and 0.879),
with a larger difference for the tool ranked third, CI-SpliceAI (auPRC=0.836, Figure A.3I).
Again, these results demonstrate the superiority of SpliceAl-derived approaches versus standard

methods that engineer domain-specific features to score intronic splicing variation.

4.6.6 All regions combined

Next, we combined all the datasets to inspect the global performance of each major variant
group. Eight methods were able to score all types of splicing variants in any intronic region.
These tools were SpliceAl, Pangolin, ConSpliceML, CI- SpliceAl, AbSplice-DNA, SPiP, TraP,
and SQUIRLS (Figure 4.6). Except for AbSplice-DNA, which scores intronic variants located
up to 100bp away from splice junctions used in any GTEx tissue, all the methods were designed
to score any given position in introns.

SpliceAl and Pangolin consistently ranked highly for all datasets (Figure 4.6). CI-SpliceAl,
AbSplice-DNA and ConSpliceML were fair alternatives, especially for variants that create new
splice donors. SPiP was particularly inadequate for exonic-like variants, but was the best
non-deep learning-based method for the remaining categories (Figure 4.6).

Overall, we observed a trend of pseudoexon-activating variants being predicted
more accurately than partial intron retention variants (Figure 4.6, Figure A.4A).
However, when evaluating each tool individually, this trend did not reach statistical
significance for the majority of them (Figure A.4B). A table with all performance
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metrics for each tool and dataset analyzed in this section can be found at https:
//s3.ap-northeast-1.wasabisys.com/gigadb-datasets/live/pub/10.55624/102001_103000/
102423/supplementary_tables/table_S7_splicing per_region_datasets_results.tsv.

4.7 Assessing interpretability

We were interested in the extent to which these state-of-the-art tools give additional information
to the user, besides the prediction. Among the tools that predict across whole introns, SQUIRLS
and SPiP are the only ones intentionally designed to provide some interpretation of the outcome.
SQUIRLS can generate HTML reports with short descriptions of why the model predicts
pathogenicity and displays the contribution of each feature to the outcome. In addition,
it draws figures to show the variant effect in the sequence context surrounding the variant.
SPiP provides short interpretation tags describing the molecular consequences of the variants
along with confidence intervals for the probability that the variant impacts splicing. Recently,
a novel strategy was introduced to aid in the interpretation of splicing-associated variants,
leveraging RNA-Seq data from more than 300,000 individuals [196]. This approach, SpliceVault,
focuses on quantifying the relative prevalence of stochastic and unannotated splicing events in
population-based RNA-seq data, enabling the prediction of the nature of mis-splicing induced
by a variant. Given its innovative approach and the ability to provide interpretations for variant
consequences, we included SpliceVault in our assessment.

We devised a procedure to evaluate how accurate the interpretations are against the
biological ground truth (see details in Appendix A.5). We used the splicing-associated
deep intronic pathogenic dataset analyzed before (Figure 4.3) and specifically selected
variants with complete annotations, including molecular effect and functional consequence
(N=221) for assessing interpretation quality. = SPiP and SQUIRLS correctly predicted
170 and 121 variants, respectively, and those were selected for downstream analysis. In
contrast, SpliceVault does not predict variant effects directly. Instead, it checks the
mis-splicing occurring in the surroundings of an annotated exon of interest. As a result,
we did not include pseudoexon-activating variants because SpliceVault cannot provide
information about such an outcome (despite potentially identifying one of the two splice
junctions of the pseudoexon). This left us with 37 variants for analysis (available at
https://s3.ap—northeast-1.wasabisys.com/gigadb-datasets/live/pub/10.5524/102001 _
103000/102423/supplementary_tables/table_S9_SpliceVault_presults.tsv). Our
evaluation revealed that SQUIRLS, SPiP, and SpliceVault were able to provide correct
interpretations (within the limitations of each approach) for a considerable fraction of the
variants. However, for many others, no interpretation could be found. Specifically, SPiP
lacked interpretations for 46 variants, SpliceVault for 22 variants, and SQUIRLS for 21 variants
(Figure 4.7A). In the case of SpliceVault, this accounted for more than half of the analyzed
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variants (22 out of 37). Further inspection of these results showed that most of these variants
create a core splice site dinucleotide, and this type of mis-splicing event is not appropriate
to be captured by SpliceVault. Regarding SQUIRLS and SPiP, and looking at the prediction
score distribution for each category, we observed that the variants with no interpretation have
the lowest scores (Figure 4.7B). On the other hand, correct explanations are spread across
the full score range. Interestingly, SPiP explanations that are not informative (events with no
association with any splicing mechanism) have the highest median score range, showing that
strong effects are not necessarily easier to explain.

4.8 Predicting splicing changes across tissues

Of the tools evaluated in this study, Pangolin and AbSplice-DNA can both predict splicing
outcomes in a tissue-specific fashion. We decided to use AbSplice-DNA alone for this analysis.
Pangolin was trained on sequences and splice site usage levels from four tissues across four
species (human, rhesus macaque, mouse and rat). However, the default settings of Pangolin
are tissue-agnostic and it requires additional customizations to get tissue-specific variant
effect predictions. On the other hand, AbSplice-DNA provides pre-computed tissue-specific
predictions. Moreover, it combines tissue-specific splicing annotations created from GTEx data
with DNA-based prediction models, enabling it to predict variant effects in more tissues (49). We
aimed to evaluate whether AbSplice-DNA predictions of disease-causing variants are enriched
for the tissues that are most strongly affected by the disease.

Using the splicing-associated variant dataset described above (N=242, Figure 4.3), we
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determined, when possible, the GTEx tissue most closely associated with the given disease
based on the Human Phenotype Ontology (HPO) [197] (see Appendix A.6 for details). We
selected the 155 variants that AbSplice-DNA predicted correctly (see full dataset at https:
//s3.ap-northeast-1.wasabisys.com/gigadb-datasets/live/pub/10.55624/102001_103000/
102423/supplementary_tables/table_S10_AbSplice_DNA_tissue_assignments.tsv), which
excluded all the variants causing two of the most common diseases in our dataset: Becker
muscular dystrophy and Duchenne muscular dystrophy. In addition, 35 variants were not
evaluated since they were not assigned to any particular tissue (e.g. systemic diseases, or
diseases affecting tissues not represented in GTEx, such as the retina), leaving 120 variants
to analyze. Considering disease variants associated with only one GTEx tissue, we observed
enrichment of the expected tissues to a limited extent (Figure 4.8, Figure A.5A). For example,
Hypertrophic Cardiomyopathy variants were highly enriched in the heart tissue, an Ataxia
with Oculimotor Apraxia variant was predicted to affect the cerebellum and a Congenital
hypothyroidism variant was enriched for thyroid. Interestingly, variants associated with blood
disorders (Factor VII deficiency and Afibrinogenemia) have the highest prediction scores in
the liver, which is not surprising, since the liver plays a crucial role in the production of
clotting factors, including factor VII and fibrinogen (Figure 4.8). However, other tissue-specific
predictions had unclear interpretations, such as the enrichment of testis for several diseases, the
brain cerebellum in Adenomatous Polyposis (associated with colon and rectum, Figure 4.8B),
or the skeletal muscle in Fabry disease (primarily linked to other tissues such as heart and
kidneys, Figure A.5A). In addition, 40 variants displayed the same score across all tissues,
which does not reflect the expected biology, especially for some diseases associated with a single
tissue (Figure A.5B).

4.9 Discussion

We used two different datasets to study intronic variants causing human disease. ClinVar is a
database that has been widely used for this purpose. Nevertheless, to the best of our knowledge,
it has not been used to evaluate performance as a function of distance to the splice sites.
Averaging performance across all bins, we found that splicing-associated tools performed the best
overall on ClinVar data. Importantly, we observed a decrease in performance immediately after
the two splice site positions, with a particularly noticeable decline at a distance of 11 base pairs
from the closest splice site. These results demonstrate the extent to which these methods are
biased to predict splice site variants, whereas smaller effect-size variants deeper inside the intron
go mostly unnoticed. For many of the tools, such as S-CAP or MLCsplice, this is not unexpected,
as they were not designed to predict variants in deep intronic regions. In addition, we observed
that some of the variants that appear deep-intronic in the clinically-relevant transcript are
exonic or located close to the splice sites in other isoforms of the associated gene. Therefore,
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Figure 4.8: Tissue-specific predictions made by AbSplice-DNA for a set, of disease-causing variants associated
with a single tissue, according to HPO. Phenotype names are displayed in rows, GTEx tissues predicted by
AbSplice-DNA are in columns. High z-scores represent tissues for which the variant effect is stronger compared

to other tissues.

and according to the American College of Medical Genetics and Genomics and the Association
for Molecular Pathology (ACMG-AMP) guidelines [198], we recommend considering multiple
isoforms when interpreting deep intronic variants, especially when the canonical isoform is not

highly expressed in the tissue of interest [199].

Additionally, we curated a diverse set of pathogenic deep intronic mutations that exclusively
affect splicing. Tools that predict across all intronic regions, notably SpliceAl-derived models,
showed satisfactory performance. Many variants in this dataset generate new splice sites deep
within introns, activating pseudoexons. We speculate that sequence-based models that predict
splice sites are particularly well suited to predicting this class of variants, likely because the
pseudoexons resemble the sequence context of authentic exons [193] that were presented during

their training.
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To better understand performance differences between classes of variants, we collected a
diverse set of experimentally tested splicing-associated variants, and evaluated the tools’ ability
to distinguish them from similar non-splice-altering variants. Region-specific analysis revealed
substantial differences in performance. In agreement with previous studies [153, 200], we found
that variants affecting putative exonic splicing regulatory elements were among the hardest to
predict. The binding motifs of many splicing factors are highly degenerate or even unknown,
and their impact on splicing largely depends on the cell type [201, 202]. Nevertheless, such
complexity appears to be better captured by SpliceAl and Pangolin than by tools with built-in

domain knowledge.

The recent progress achieved through deep learning models that work as black boxes
has raised concerns about their deployment in sensitive domains such as healthcare [203].
Because practitioners are interested in understanding how these Al systems make decisions,
we assessed the capacity of these models to provide interpretable outputs when predicting
disease-causing variation associated with splicing defects. Although most sequence-based
models, such as SpliceAl, provide some information beyond the prediction score, namely the
distance of the variant to the affected mRNA position, it is only possible to obtain insight
into the inner workings of the model by applying external explainability techniques [30]. On
the other hand, SQUIRLS and SPiP are intrinsically more interpretable by design. The
models were frequently able to correctly identify the type of splicing alteration. However,
these models suffer from an accuracy-interpretability trade-off since the performance across
evaluations was lower than that of black box models. The recently published SpiceVault portal
(https://kidsneuro.shinyapps.io/splicevault) also provides an accurate interpretation of
the nature of mis-splicing defects, however, it does have limitations that are specially pronounced
when dealing with variants deep in the introns. In particular, it cannot properly analyze
pseudoexon activation events or cryptic splicing caused by variants that create new splice sites
at the core dinucleotide motif. Note that to our knowledge, no tool exists that can provide
higher-order mechanistic interpretations, such as identifying the particular splicing factors or
regulatory motifs involved.

Another promising research avenue is the prediction of splicing abnormalities in a tissue of
interest, which AbSplice-DNA offers. The model could accurately detect some tissue-specific
differences relevant to human disease, yet it was unreliable for the majority of variants.
Nonetheless, we acknowledge that the introduction of SpliceMaps [142], which provides
information on splice site usage across GTEx tissues, combined with RNA-Sequencing of
clinically accessible tissues (CATSs), is expected to enhance the prediction of functional intronic
variants [142], particularly in diseases where the splicing landscape of the relevant non-accessible

tissue is appropriately represented by one of the CATs [204].
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4.9.1 Practical recommendations

We advocate using deep learning based solutions to obtain maximally accurate predictions.
SpliceAl and Pangolin consistently ranked high for intronic variants associated with splicing,
both for the prediction of pathogenicity and of altered splicing. We determined optimal
thresholds for deep intronic regions (SpliceAI=0.05, Pangolin=0.053) for clinical purposes.
However, it is important to note that despite the diversity of genes, phenotypes and molecular
mechanisms covered in our dataset, users should be mindful that optimal thresholds can vary

depending on the variant class or affected exon [205].

SpliceAl and Pangolin are usually run programmatically on the command line. However,
if usability is a primary concern and users have a limited number of predictions to make,
the Broad Institute offers a convenient web application. The web application (https:
//spliceailookup.broadinstitute.org/) incorporates both SpliceAl and Pangolin. For
SpliceAl, it not only provides the conventional delta score (mutated - reference) but also presents
the raw splice site probability predicted by the model. This can be particularly useful for certain
situations. For instance, when a splice site is already predicted with a high score in the reference
sequence (e.g., 0.85), the delta score for a splice-promoting mutation can only be low (no more
than 0.15, in this example). This is because SpliceAl scores are capped at 1. This context is
important for the correct interpretation of the delta scores. With this in mind, it is also worth
considering SpliceAI-visual [206], available at https://mobidetails.iurc.montp.inserm.fr/MD.
SpliceAl-visual handles complex variant types, and employs raw SpliceAl scores to generate
graphical outputs that are easier to interpret. If the number of variants makes it unfeasible
to use these web applications, but the user does not have the computational know-how to
work on the command line, CI-SpliceAl is a good alternative, since its online service (https:
//ci-spliceai.com/) allows the input of multiple variants in a VCF-like format. Practitioners,
however, may suspect that splicing is not the mechanism disrupted by a particular mutation.
In this scenario, we recommend using CAPICE since it was the best whole genome predictor on
ClinVar data, although with very limited performance.

Region-specific splicing benchmarks revealed additional insights for tool usage. We
recommend using Pangolin to prioritize variants in branchpoint regions (-18 to -44 bp upstream
of splice acceptor). LabRanchoR and BPHunter were the best branchpoint-specific tools in
our evaluation and can also be considered. SpliceAl and Pangolin were the most effective at
scoring acceptor-associated variants (splice acceptor creating or polypyrimidine tract variants
upstream of cryptic splice acceptors). Including other sequence-based deep learning models
that use smaller sequence contexts did not provide additional value. Intronic variants affecting
splicing regulatory elements within cryptic exons are hard to predict. We endorse using
SpliceAl with larger windows surrounding the variant site (setting the distance parameter to
the maximum). In addition, classical approaches such as HEXplorer might come in handy for
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specific cases, such as assessing the potential impact of a variant on exon-defining regulatory
motifs. Finally, SpliceAl-inspired models (Pangolin, CI-SpliceAI) and models that incorporate
SpliceAl predictions as features (ConSpliceML, AbSplice-DNA, PDIVAS) can effectively predict
new splice donor and donor-downstream variants. However, to keep the number of different tools
to use to a minimum, we suggest using the original SpliceAl model.

Nonetheless, it is noteworthy to mention the impacts of using pre-computed scores as
the strategy for variant prioritization. The current version of SpliceAl pre-computed scores
(v1.3.1) does not include predictions for insertions and deletions larger than 1 and 4 nucleotides,
respectively. In addition, the limit of 50 base pairs as the distance around the variant site to
extract variant effects prevents SpliceAl from identifying other variant classes, such as exon
skipping, when the variant exerts its effects at more than 50 base pairs from the affected exon.

Finally, when interpretable outcomes are important the choice of the strategy may depend on
the use case. There is currently no option covering all possible mis-splicing scenarios, and each
method assesses interpretability differently. SpliceVault is a recently published web application
that is effective when interpreting intronic variants leading to exon (or multi-exon) skipping,
or partial intron retention through activation of pre-existing cryptic splice sites. Alternatively,
SQUIRLS can be applied, as the software is well-designed, thoroughly documented and generates
HTML reports that practitioners can intuitively inspect. Nonetheless, it does not handle
pseudoexon activation consequences (for that, SPiP is recommended). In addition, it should

not be solely relied upon as a prediction tool, as it is not as performant as other models.

4.9.2 Final remarks

We comprehensively assessed functional intronic variation occurring far from annotated splice
sites. As a result, we make available to the community region-specific datasets that can be used
to evaluate new models on variants whose molecular consequence is known. These datasets will
assist developers in identifying potential limitations of the model and highlighting variant types
that it is more prone to fail on. Additionally, we encourage developers to make their models
publicly available by sharing them on open-source platforms to facilitate their reuse [82, 207].

Sequence-based models based on Convolution Neural Networks architectures are still the
state-of-the-art approach for splicing variant prediction. However, artificial intelligence is rapidly
evolving, and we have seen the emergence of Transformer-based architectures being applied to
other variant effect prediction tasks, e.g., effects on gene expression [208] or on protein function
using large protein language models [209]. As a result, increasingly complex models are expected
to effectively tackle open questions in splicing regulation, such as better capturing the synergistic
effects of splicing regulatory elements. However, the community must be aware of the possible
implications these models bring, such as a lack of transparency and decreased ability to generate
mechanistic hypotheses.
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Chapter 5

Interpreting SpliceAl

In this chapter, we present a comprehensive set of experiments to inspect whether SpliceAl is
sensitive to known biological properties, particularly the binding motifs of known RBPs. Given
RBP’s influence in regulating alternative splicing (Section 2.1.1), assessing SpliceAI’s ability to
use their binding motifs as predictive features would establish the model as a valuable resource
for studying alternative splicing.

To achieve this, we first leveraged large-scale publicly available data to generate multiple
datasets relevant to the task. Next, we developed a modular pipeline to perform model ablations
at scale, enabling us to interrogate, explore, and visualize whether SpliceAl utilizes these motifs
as features in its predictions. We summarize the contributions of this chapter as follows:

o Generation of paired datasets to study alternative splicing regulation by individual RBPs.
DOL: https://zenodo.org/records/11193459
e Development of MutSplice, a pipeline to perform in silico sequence perturbations with the
aim of interpreting SpliceAl.
Code: https://github.com/PedroBarbosa/mutsplice
Reproducibility:  https://github.com/PedroBarbosa/mutsplice/tree/main/

notebooks

5.1 Generation of RBP-specific datasets to study splicing

regulation

We took advantage of public RNA-Seq data from the ENCODE consortium [113] to identify
exons whose inclusion levels (PSI) change when an RBP known to regulate alternative splicing
is knocked down (Figure 5.1A). These exons, referred to as knockdown-sensitive exons, are more
likely to be directly or indirectly regulated by such RBPs, thus providing insights into their

regulatory mechanisms.
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Chapter 5 5.1. Generation of RBP-specific datasets to study splicing regulation

5.1.1 Differential splicing analysis

We used ENCODE RNA-Seq data generated from Short Hairpin RNA (shRNA) knockdown
experiments targeting individual RBPs. For each RBP, there were two knockdown and two
control (samples with no RBP target) replicates. Because in the original paper [113] authors used
an older version of the human genome (hgl9) along with old genome annotations (GENCODE
v19), we reanalyzed ENCODE data aligned to the hg38 genome build. We started from
RNA-Seq genome alignment files for RBPs associated with splicing regulation (according to
[113]). There were 72 knockdown experiments available for the HepG2 cell line, which were used
for downstream analysis (details on accession IDs in Table B.1).
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Figure 5.1: Splicing analysis of RNA-Seq involving the knockdown of individual RBPs. A - Illustrative
example of the knockdown of SRSF1, an RBP known to regulate alternative splicing. The knockdown of SRSF1
will affect the inclusion of exons that are directly or indirectly regulated by SRSF1 binding. The outcome of
the analysis is the identification of exons that are either sensitive or agnostic to the knockdown of SRSF1. B -
Percentage of all exons affected by at least one knockdown experiment (out of 72) shared by 1 or more experiments,
using two widely used dPSI filtering thresholds.

We employed rMATS v4.1.2 [108] on each RBP knockdown experiment to detect differentially
spliced events between the two knockdown replicates vs. the two control replicates. rMATS
was run with GENCODE annotations v44 [210], and specifically tweaked with --cstat 0.05.
Significant knockdown-sensitive events were identified with a |dPSI|> 0.1 using a False Discovery
Rate cutoff of 0.05. Non-changing events, assumed as knockdown-agnostic controls, were defined
as those exhibiting negligible |dPSI| variation (< 0.025). We performed further analytical
steps to ensure the high quality of the exon sets. First, we applied a read coverage filter by
retaining events where the median coverage across replicates per condition for the isoform with
more read counts was higher than 7. Then, we exclusively focused on exon skipping events
in protein-coding genes and filtered out unannotated exons (pseudoexons) and the first or last
exons of genes. In addition, we excluded duplicate exon-skipping events by picking the transcript
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Figure 5.2: Summary of differential splicing analysis for each RBP knockdown involved in splicing regulation.
Left: Number of events. Right: dPSI distribution. All downstream analysis were performed with RBP knockdown

experiments with more than 40 differentially spliced exons detected.

with the highest biological importance (based on the presence of transcript flags such as MANE
selected, CCDS, or APPRIS). Finally, we investigated whether the initial, somewhat arbitrary,
choice of a |[dPS1]| filter of 0.1 was appropriate for subsequent analyses, given that a threshold of
0.2 is also frequently used. Specifically, we assessed the number of exons displaying differential
splicing in multiple RBP knockdown experiments. Regardless of filter stringency, over 50% of
all differentially spliced exons were unique to a single RBP knockdown (Figure 5.1B). This high
specificity is desirable for interpretability analysis, as we pose that exons sensitive to a single
knockdown are easier to explain than those complex exons that are sensitive to multiple RBPs.
Consequently, given the similar specificity between filters, we retained all exons with |dPSI|
> 0.1 as it preserved more data. This decision yielded 15,235 events detected across all RBP
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knockdown experiments, covering 6,659 unique exons.

Unsurprisingly, the number of events detected per RBP knockdown experiment is highly
heterogeneous, with important splicing factors such as U2AF1, U2AF2 and SRSF1 yielding the
highest number of differentially spliced exons, with more than 1,000 events each (Figure 5.2,
left panel). The effect sizes of each RBP knockdown are mostly moderate, with very few events
displaying drastic changes in splicing (|dPSI| > 0.9, see Figure 5.2, right panel). The low number
of events observed in several RBPs can be attributed to both biological and technical reasons.
For instance, some RBPs have a more specific role in splicing regulation, hence affecting a smaller
number of exons [211]. In addition, the number of detected events is directly influenced by the
expression profile of the target RBP in the HepG2 cell line, as different cell types express RBPs at
different levels. If an RBP is expressed at low levels, its knockdown is expected to have minimal
effects on the cell. Moreover, it is worth acknowledging the importance of technical aspects of
gene knockdown experiments, as off-target effects of the designed short hairpin RNAs [212] and
their GC content [213] may influence the efficiency of the gene knockdown, and consequently
affect the bioinformatics analysis outcome.

5.1.2 Paired datasets’ generation

In addition to analyzing SpliceAl behavior using exons sensitive to RBP knockdowns
(Figure 5.2), we aimed to extract control sequences - exons unchanged upon RBP knockdown -
to pair with such knockdown-sensitive counterparts. To generate control pairs, we established a
procedure to ensure that the control exons are as similar as possible to the knockdown-sensitive
exons at gene architecture level. The rationale for this approach is grounded in the understanding
that gene architecture features, such as exon/intron length or GC content, can influence splicing
outcomes [214]. Therefore, we aimed to study whether SpliceAl uses features (sequence motifs)
reflecting RBP binding, while controlling for potential confounding effects of other types of
features. Our hypothesis posits that if Splice Al has learned the biology grammar of RBP binding,
we would observe more motifs associated with the specific RBP influencing Splice Al predictions
within the sequences of the knockdown group compared to their control pairs, regardless of gene
architecture features.

Initially, we built a transcript-aware genome cache by summarizing the length and GC
content of all exons (along with surrounding introns) in the human genome, based on GENCODE
v44 annotations. Then, for each of the 72 RBP knockdown experiments, we gathered the
knockdown-agnostic exons (|[dPSI| < 0.025) and excluded those exhibiting alternative splicing
in any of the other 71 knockdown experiments. Various strategies were then tested to select
the closest control exon (Table 5.1), all of which involved assessing some sort of distance
between a knockdown exon and all available control exons, ultimately selecting the control
exon with the lowest distance. Thus, for each RBP knockdown experiment, we iterated over
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Table 5.1: Strategies tested to extract the control exon that minimizes the feature vector distance the most to
the target knockdown-sensitive exon.

Strategy tag Features used ! Are features Metric Median CV
scaled? ® accuracy

euclidean_ 1 GC and Length 2 Yes Euclidean distance 0.501
cityblock_1 GC and Length Yes Manhattan distance 0.508
max_ | GC and Length Yes Max feature difference 0.510
euclidean GC No Euclidean distance 0.534
cityblock GC No Manhattan distance 0.543
max GC No Max feature difference 0.533

I Feature values were used for three different genomic locations: The target exon, and the upstream and downstream introns.
Hence, a total of six features were used when length-based features were included, and three when only GC content-based
features were used.

2 Given the large differences in intron lengths, raw values were transformed to logl0 scale.

3 When length-based features were used to calculate the distance, all features were standardized by removing the mean and

scaling to unit variance.
Accuracy
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Figure 5.3: Heatmap displaying the accuracy scores of classifiers designed to distinguish exon groups across
various paired datasets generated using diverse strategies. Each cell represents a decision tree trained on a specific
strategy and RBP knockdown experiment. Decision trees were trained for RBP knockdown experiments with
more than 40 differentially spliced exons detected (Figure 5.2, N=49), using scikit-learn v1.2.1 with parameters
set to random_state=0, min_samples_leaf=3, max_depth=5. Performance was assessed by computing the mean
accuracy of test sets from a stratified cross-validation procedure with 10 splits. The N= at each row label indicates
the number of exons belonging to the knockdown class (Figure 5.2, they are the same across strategies). The full

dataset size is twice that number, when considering the exons of the control class (which vary across strategies).
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all knockdown-sensitive exons, selecting the closest control exon without replacement, ensuring
that each control exon is used only once.

To select the best strategy for control exon extraction, we created a decision tree
classifier for each paired dataset generated and tasked it to distinguish sequences from the
knockdown-sensitive and control groups based on the genome architecture features alone.
The idea is that the best strategy would be the one that harbors the worst cross-validation
classification accuracy, which would indicate that the control exons are indistinguishable from
the knockdown-sensitive exons based on gene architecture features, thereby aligning with our
goal. We observed that incorporating exon/intron length features and using the Euclidean
distance harbored the best results, with a median accuracy of 0.501 across all RBP knockdown
experiments used (Table 5.1, Figure 5.3). Indeed, distribution of each feature is very similar
between the knockdown-sensitive and control groups (Figure 5.4, Figures B.1 to B.5). Hence,

we moved forward with assurance using these datasets for subsequent analysis.

5.1.3 SpliceAl predicts differently exons sensitive to RBP knockdown

We first asked how SpliceAl would predict the sequences of the extracted datasets. We reasoned
that knockdown-sensitive exons, observed to undergo alternative splicing, would be predicted
with lower probabilities than the control sequences. To test this hypothesis, we extracted the
surrounding context of each exon (5000bp upstream of the splicing acceptor, 5000bp downstream
of the splicing donor) and fed them to SpliceAl. We observed skewed distributions on the
differences between exon groups (Figure 5.5A), which shows, on average, higher exon scores
in the control group over the knockdown group. These differences were statistically significant
in all paired datasets, except for DAZAP1 (Figure 5.5B). In addition, control exons were
predominantly predicted with values close to 1 (Figure B.6), which is consistent with the notion
that exons with strong splice sites are less susceptible to alternative splicing [43].

In summary, SpliceAl predicts alternatively spliced and constitutive exons differently.
Considering that we controlled for the potential confounding effects of gene architecture features,
these results suggest that SpliceAl has learned predictive sequence features of alternative

splicing.
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Figure 5.4: Distribution of GC content values for cassette exons in each paired dataset. The N= at each facet
(a single RBP paired dataset) indicates the total dataset size, including knockdown-sensitive and control exons.
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Figure 5.5: Quantifying differences in SpliceAl predictions across exon groups. A - Distribution of differences
between exon pairs across 49 paired datasets. Each data point represents the subtraction of the control exon
score from the knockdown exon score. The exon score is the mean of SpliceAl predictions at the acceptor and
donor positions. Dashed vertical red lines indicate the median value of the distribution. B - Significance of the
differences between exon groups assessed by paired t-tests. P-values were corrected for multiple testing using the
Holm method. In both plots, the N= at each label indicates the number of knockdown-sensitive exons. The full
dataset size is twice that number.

5.2 Is SpliceAl sensitive to RN A-binding proteins motifs?

In this section, we use the paired datasets generated to study SpliceAl in a per-RBP manner.

5.2.1 MutSplice:
SpliceAl

targeted in silico sequence perturbations to interpret

We aimed to investigate how the presence of known RBP binding motifs influences SpliceAl

predictions. In other words, we wanted to perform a model sensitivity analysis to measure the
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impact of perturbing sequence features on SpliceAl outcome. To do so in a scalable manner,

we developed a pipeline called MutSplice (Figure 5.6). MutSplice is a modular pipeline that

allows performing in silico sequence perturbations on a given set of sequences, running Splice Al

inferences over them, and processing the output to be ready for downstream analysis. The

perturbations are not random; rather, they are guided by the location of known motifs in the

sequences, hence being domain-oriented.

20131 |B) | (bed, plain coordinates)

v
Genomic . . .
o N Motif Perturb motif | SpliceAl \| Downstream
; scanning locations 7| inferences 7| processing
extraction
GENCOD \.Em\,._.. SNV .
YRR Full deletion

1

Figure 5.6: Schematic representation of MutSplice pipeline.

Specifically, the MutSplice pipeline works as follows:

Input - MutSplice accepts exon coordinates either in bed format or standard plain genomic
coordinates (chr:start-end). All additional preprocessing steps are handled internally.
Genomic context extraction - MutSplice uses an internal transcript-aware genomic
cache to assign a transcript ID for each exon, considering properties such as the MANE
or CCDS status. It then extracts the genomic context, including surrounding introns and
exons, while tracking splice site indexes. This process establishes an exon triplet, which
serves as the sequence used for the analysis.

Motif scanning - MutSplice scans the sequences for the presence of known RBP binding
motifs using FIMO [215]. Several custom and public motif databases are available, such as
ATrRACT [216] or oRNAment [217]. The output is a list of statistically significant motif
locations within the sequences. These locations serve as potentially informative features
of the model.

Perturb motif locations - Perturbations in the sequences are performed at motif
locations identified in the previous step. MutSplice supports two types of perturbations:
full motif deletion, and an SNV at each motif position.

SpliceAl inferences - MutSplice runs SpliceAl inferences over both the original and
perturbed sequences. Besides recording predictions at splice site positions of the exon
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triplet, MutSplice also saves high predictions at unannotated positions as they are putative
cryptic splice sites.

e« Downstream processing - Raw SpliceAl predictions are processed to quantify
perturbation effects, further incorporating annotations like perturbation location,
distances to splice sites, and motif density. Additionally, some visualizations are generated
to help interpret the results.

MutSplice was implemented for the specific purpose of this chapter, and thus it is not a
production-ready software. However, it is designed to be flexible and contains a set of parameters
that allow analysis that extend beyond the scope of this chapter. MutSplice is implemented in
Python and is available at https://github.com/PedroBarbosa/mutsplice.

5.2.2 Motifs exert a greater impact on SpliceAl predictions in
knockdown-sensitive exons

For each paired dataset representative of a single RBP knockdown, we ran MutSplice to perform
in silico perturbations at motif locations of the target RBP. For example, for the paired dataset of
the SRSF1 knockdown, we remove the regions from the sequences matching the binding motif of
SRSF1 to evaluate their marginal effects on SpliceAl predictions of the cassette exon. In simpler
terms, these are ablation experiments where potentially informative features (constructed from
the motif scanning procedure) are removed from the input sequence.

Like before, we proceeded with the knockdown experiments involving a minimum of 40
differentially spliced exons (N=49, Figure 5.2). In addition, some paired datasets referring
to RBPs lacking binding motifs in the motif database were omitted from the analysis. This
exclusion was due to the inability to ablate the motifs of the target RBP, as there were no PWMs
available, rendering these datasets ineligible for this particular analysis. Among the available
motif databases incorporated in MutSplice, we opted for ATTRACT [216], as it contained a
greater variety of RBP motifs, resulting in 31 paired datasets for further analysis.

First, we examined the motif occurrences between each exon group, prior to the ablation
studies. We expected knockdown sequences to harbor more functional motif occurrences than
control sequences, given that their alternative splicing nature likely depends more heavily
on such regulatory sequences. However, we observed equivalent motif proportions for most
paired datasets between the two exon groups (Figure 5.7A). This observation is likely due to a
high noise-to-signal ratio in motif occurrences, as many motifs are not biologically functional.
Unsurprisingly, the number of occurrences (and their frequency relative to the dataset size) was
highly heterogeneous across RBPs. Ubiquitous, highly expressed core splicing factors such as
U2AF2, SRSF1, and hnRNP family members [218] showed the largest average number of motifs
per sequence (Figure 5.7A, numbers on the y-axis).

When we analyzed the motifs whose ablation impacted SpliceAl predictions of the cassette
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Figure 5.7: Percentage of motif occurrences from each exon group in each paired dataset. Integers next
to the datasets labels refer to the total number of occurrences, while floats stand for the number of motifs per
sequence (total number of motifs/paired dataset size). Statistical significance of motif occurrences between the
two exon groups was assessed using a binomial test, which tested the null hypothesis that the probability of success
(sampling a motif from a sequence of the knockdown group) is 0.5. p-values were corrected for multiple testing
using Bonferroni method, at a family-wise error rate of 0.05. A - All motifs detected by FIMO (p-value < 0.0005).
B - Motifs impacting SpliceAl predictions at the cassette exon positions. An impactful motif perturbation is
defined as a model change > |0.05| at the donor or acceptor positions compared with the original sequence.

exon (donor or acceptor change >|0.05|), we observed a different landscape. As we hypothesized,
a larger proportion of these impactful motifs belonged to the knockdown group (Figure 5.7B).
This finding indicates that despite the noise embedded in sequences, SpliceAl can detect signals
consistent with expected biology. Specifically, alternatively spliced exons, which have suboptimal
splice sites (Figure B.6), are more likely to be regulated by splicing factors [218]. In contrast,
control exons, predicted with probabilities close to 1 (indicating constitutive splicing), showed
resilience against RBP perturbations, with fewer ablations resulting in a model change compared
to knockdown exons (Figure 5.7B, except for TARDBP).

Notably, the number of impactful motifs was severely reduced compared to total motif
occurrences (Figure 5.7B, numbers on the y-axis). This confirms that only a small portion
of the motifs are likely biologically functional, assuming the model accurately represents biology
(Figure 5.8). These observations can be discussed from two perspectives: Technically, we already
expected most perturbations at putative motif locations to be irrelevant since we deliberately set
a fairly relaxed p-value threshold (p < 0.0005) to consider a motif hit as significant - a threshold
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Figure 5.8: Percentage of motif perturbations with impact on SpliceAl predictions at the cassette exon
positions, for each exon group. Numbers next to the dataset labels refer to the total number of motifs detected
for each exon group. The percentages were calculated with respect to these numbers.

commonly accepted in sequence analysis. Consequently, we are inherently accepting a high false
positive rate because our sequences are relatively long (over 10000bp to conform with SpliceAl
model input specifications), leading to thousands of motifs being considered significant purely
by chance [219]. Additionally, for short motifs (e.g., five nucleotides) with lower information
content, even a perfect match may not be statistically significant if using a too stringent p-value
threshold, hence eliminating potentially true biological motifs [215]. Our approach for model
ablations prioritized sensitivity over specificity, as we were interested in capturing as many
hypothetical true motifs as possible. Biologically, there are also multiple reasons for observing
such a low percentage of impactful motifs. Introns, for example, are large and contain RNA
binding motifs sparsely distributed in DNA. While some sequence elements may be identical
to known motifs, their functional relevance is heavily influenced by factors such as cell type
[202, 220], RNA structure [221-223], external stimuli [224, 225], and the surrounding sequence
context [222].

Taken together, we show that SpliceAl predictions are sensitive to the presence of known
RBP binding motifs, and this sensitivity is more pronounced in exons that were alternatively
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spliced upon RBP knockdown. In addition, the small fraction of impactful motifs suggests that
the model may have learned specific DNA syntax that distinguishes actual binding motifs from

background noise.

5.2.3 Long-range sequence features influence SpliceAl predictions
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Figure 5.9: Perturbations mainly affect cassette exons, regardless of perturbed motif location. A - Heatmaps
displaying the relative enrichment of impactful perturbations across different regions of the input sequences, for
all paired datasets. The values represent the z-scores of the fraction of all perturbations impacting the splicing
prediction of each considered region. Left heatmap: knockdown-sensitive sequences (24634 perturbations across
all datasets and regions); Right heatmap: control sequences (N=15986 perturbations across all datasets and
regions). Columns represent ablations affecting cassette, upstream, downstream exons, or any “Other” input
position. B - Distribution of SpliceAl scores (average of predictions at the splice acceptor and donor positions)
for exon triplets in all paired datasets. Top: Exons of knockdown-sensitive sequences. Bottom: Exons of Control
sequences. The number on each box represent the mean value of the SpliceAl scores. Whiskers extend to 1.5

times the interquartile range.

Because SpliceAl uses a much larger sequence context than any previous model, we aimed
to investigate whether the model indeed uses long-range features. To do this, we examined the
prevalence of spatially distant, impactful perturbations on the splicing of cassette exons. Initially,
we examined all perturbations affecting the prediction of any given position in the input sequence
(prediction change > [0.05|), irrespective of their proximity to the cassette exon. Interestingly,
we observed an enrichment of model ablations affecting the cassette exon compared to other

69



Chapter 5 5.2. Is SpliceAl sensitive to RNA-binding proteins motifs?

input regions (Figure 5.9A), particularly pronounced in sequences of the knockdown group.
This underscores that model ablations predominantly influence the splicing of cassette exons,
irrespective of the motif’s proximity to the flanking exons or existing cryptic splice sites. By
examining the SpliceAl predictions of the upstream and downstream exons in original sequences
(with no ablations), we found they are predicted with close-to-1 probability (Figure 5.9B),
indicating their lower susceptibility to ablations. This finding supports the idea that alternatively
spliced exons are flanked by exons with optimal splice sites.

Next, we examined how much single ablations impact each splice site of the cassette exon.
The high correlation between acceptor and donor motifs becomes evident, as perturbations
affect both splice sites similarly (Figure 5.10A). This observation implies that SpliceAIl does
not use the local splice acceptor or donor motifs alone; instead, it learned the rules of exon
definition by considering an optimal distance between the splice sites. This property was already
explored in the original SpliceAI publication [38]. We further demonstrate the long-range feature
dependency by plotting the number of impactful perturbations as a function of the distance to
the cassette exon. While most impactful perturbations are located at <200bp from the splice site,
we detected impactful perturbations as far as 3000bp away from the target exon (Figure 5.10B).

Analysis from a region-based perspective (rather than distance-based) revealed further
insights (Figure 5.11). As expected, the strongest perturbation effects occurred when the ablated
motifs overlapped with the exon borders and destroyed (or weakened severely) their splice sites.
Moreover, effect sizes tended to be negative, meaning that motif ablations often decrease splicing
probability (same trend visible at Figure 5.10A). This also aligns with our expectations, given
that cassette exons in our paired datasets are typically predicted with probabilities closer to
1 than 0 (Figure 5.9,Figure B.6), implying that in many sequences perturbation effects can
only be negative. Another interesting observation is that SpliceAl is sensitive to ablations that
locate in the exons flanking the cassette exon and their upstream/downstream regions (so-called
Intron__upstream_ 2 and Intron_ downstream_ 2 regions), suggesting that SpliceAl, through its
long input context, implicitly uses exon determinants of flanking exons to influence cassette exon
splicing probability [226].

5.2.4 SpliceAl picks known binding rules of hnRNP and SR splicing factors

While previous analysis focused on an overview of SpliceAl sensitivity to distant features using
all paired datasets, we now delve into context-specific effects of individual RBPs for which the
binding rules were studied before. We first study the effect of RBP motifs on the SpliceAl score,
based on whether the binding motif is located within exons or introns.

We investigated six hnRNP proteins with the greater number of impactful perturbations and
observed that splicing-changing motifs mostly occur at introns (Figure 5.12). This is consistent
with the knowledge that hnRNP proteins primarily bind to intronic regions to regulate splicing
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Figure 5.10: Distance-based perturbation effects on the splicing of the cassette exon. A - Perturbation effects
on the splice donor and acceptor. “N” denotes the number of impactful perturbations, each representing one data
point. The parameters of a fitted regression line are displayed, along with the coefficient of determination RZ.
The color of the points indicates whether the ablated motif locates in intronic or exonic regions. Top panel:
Knockdown-sensitive sequences. Bottom panel: Control sequences. B - Distribution of impactful perturbations
as a function of the distance to the cassette exon (min(distance_acceptor,distance_donor)). Top panel:
Knockdown-sensitive sequences. Bottom panel: Control sequences.

[43, 227]. We observed antagonist effects with hnRNP intronic motifs promoting both the
increase and decrease of splicing predictions by the model, supporting the complex positional
and context dependency of intronic motifs on exon activation and repression [47]. Although at a
much lower frequency, we observed impactful binding sites at exons. Intriguingly, for HNRNPH1
this frequency was unusually high, with a trend of HNRNPH1 motifs promoting stronger exons,

contrary to the classical role of hnRNP proteins repressing exon inclusion when bound to exons
[43, 113].

As for the SR proteins, we detected a high prevalence of impactful motifs within exons that
strengthen the probability of cassette exon splicing (Figure 5.13). This aligns with the known
role of this class of proteins in promoting exon inclusion when bound to exons [42, 43]. Intronic
impactful motifs revealed a more complex pattern. While the numbers are similar to exons, the
frequency is proportionally much smaller given the larger size of introns. We similarly observed
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positive and negative splicing effects, corroborating previous studies highlighting contradictory
functional consequences of SR intronic binding [228, 229).

To further disentangle the positional preferences of individual RBPs, we produced RBP maps
[230]. Traditionally, these maps are generated by looking at alternatively spliced exons (and its
flanking sequences) identified with RNA-Seq data (similar to what we did in Section 5.1.1 to
extract knockdown-sensitive sequences) and then use the binding profile of the target RBP
obtained from other data modality (e.g, peaks from eCLIP data) to infer positional rules by
which the target RBP regulates alternative splicing. Here, to study the model we split the
impactful perturbations by its effect (negative and positive), and used their location as a proxy
for functional RBP binding.

When focusing solely on negative-effect perturbations to the model for the same subset of
hnRNP and SR proteins, we observed enrichment profiles resembling the classical SR proteins:
cassette exon enrichment of enhancer motifs (Figure 5.14A), as indicated by a decrease in
SpliceAl score after their removal. Enrichment profiles of hnRNPs (except for HNRNPU)
were scattered across upstream and downstream intronic regions, extending approximately up
to 250bp into the intron. Notably, we observed stronger values at the first bin (-50bp) of the
upstream intron for HNRNPA1, PTBP1, HNRNPC, and HNRNPK, and at the first bin (+50bp)
of the downstream intron for HNRNPU (Figure 5.14A). For the former set of hnRNPs, and after
additional inspection, the enrichment at -50bp was due to T-rich motifs at the polypyrimidine
tract (-bbp to -20bp) that were probably important for the definition of the cassette exon
(SpliceAI probability decreased after their removal). These results highlight a limitation of
these analyses. Since several RBPs are known to bind the polypyrimidine tract, it is not possible
to fully determine the contribution of the target RBP to that splicing event without incurring
additional confounding effects. What we can infer is that SpliceAl is particularly sensitive to the
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presence of such motifs upstream of cassette exons. Conversely, control exons appear resilient
to their ablation, likely due to strong splice site consensus motifs. That is what enrichment
means in this context. On the other hand, HNRNPU enrichment at the downstream intron
(Figure 5.14A) seems to be more specific, as most motifs were located between +30 and +50bp,

potentially serving as intronic splicing enhancers (SpliceAl probability decreased upon their
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removal).

For positive-effect perturbations, we obtained exonic enrichment of HNRNPA1, HNRNPU,
or HNRNPK hnRNP proteins, supporting their classical roles as splicing repressors when bound
to exons (SpliceAl score increased upon their removal, see Figure 5.14B). Regarding HNRNPC
and PTBP1, profiles resembling those of negative-effect perturbations were observed (enrichment
at upstream intron), implying that not only the position of the motif is important but also its
surrounding context, where epistatic interactions with other motifs may occur to drive opposite
effects on model predictions [43]. SR proteins showed distinct enrichment profiles, as they no
longer cluster together (Figure 5.14B). This is consistent with SR proteins’ complex, non-linear

regulation landscape when not promoting exon inclusion [228].

RBP enrichment profiles were generated for all RBPs (Figure 5.14 C, D). While interpretation
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Figure 5.14: Position-dependent enrichment of impactful perturbations in knockdown-sensitive versus control
sequences for all paired datasets. The distance to the upstream/cassette/downstream exons was discretized
into region bins of 50bp, and the difference in the counts of impactful perturbations between sequences of the
knockdown-sensitive and control groups was calculated for each bin. Heatmap values indicate the extent to which
the differences in a specific region deviate from the mean of differences across all regions, for each RBP (row-wise).
A-B - Perturbations with negative and positive effects on model predictions for a subset of hnRNP and SR RBPs.
C-D - Perturbations with negative and positive effects on model predictions for all RBPs.
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rules for all RBPs are beyond the scope of this chapter, we note, for example, a strong enrichment
of FUS motifs deep in the downstream intron with opposing splicing effects, as previously
observed in [231]. We also introduced another axis to the analysis by splitting it based on the
direction of the effect observed in actual cells (sequences with more exon skipping - Figure B.7A
- or inclusion - Figure B.7B - upon RBP knockdown). The complexity of the results increases
even further. However, it was interesting to observe SpliceAl capturing the previously reported
correlation of RBFOX2 and QKI binding profiles at the intron downstream of skipped exons
upon RBP knockdown [113] (Figure B.7A, RBFOX2(-), QKI(-) rows, reflecting lower SpliceAl
scores upon motif ablation).

Taken together, we demonstrate that SpliceAl partially reflects known binding rules of
hnRNP and SR splicing factors. However, we reveal other complex and unexpected patterns
(e.g., HNRNPH1) that warrant further investigation.

5.2.5 Interpretable tabular machine learning fails to emulate SpliceAl

We previously demonstrated the high predictive performance of SpliceAl in assessing the impact
of genetic variation (Chapter 4). In this chapter, we studied alternative splicing and revealed
SpliceAl’s ability to differentiate between knockdown-sensitive and control sequences. Moreover,
we showed that SpliceAl leverages RBP binding motifs as informative features for predictions.
Given SpliceAl’s discriminative power and the previous relative success of tabular machine
learning models on predicting splicing levels using hexamer counts - k-mers of length 6 - as
features [119, 232], we sought to assess whether such simpler, and interpretable models could be
trained to mimic SpliceAl and contribute to its understanding.
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Figure 5.15: Engineering sequence-based features for tabular machine learning. Four different strategies
to generate sequence-based features for predicting SpliceAl score. S1 and S2 strategies use as features motif
occurrences obtained by running FIMO over the sequences against the ATTRACT motif database (hits with a
p-value < 0.0001 were considered). S3 strategy uses fixed-length hexamer counts, while S4 strategy uses gapped
k-mer counts obtained by mapping the sequences to a feature space using a kernel function. All counts were
normalized to account for differences in sequence length.

We engineered four different sequence feature representations (Figure 5.15) to train regression
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models to predict SpliceAl scores, for each paired dataset. The two first representations were
derived from motif occurrences in the sequences at two levels of granularity (strategies S1 and S2
in Figure 5.15). The first was based on motif counts across the entire sequence, while the second
across different regions of the exon triplet (as defined in Figure 5.11). Importantly, while in the
ablation studies we were targeting motifs of the knockdown RBP, we now used motif occurrences
of all RBPs as putative informative features, as binding motifs of other RBPs may contribute to
the splicing outcome (e.g, additively or cooperatively). The last two representations are unbiased
to known motifs as they come from k-mer occurrences (strategies S3 and S4 in Figure 5.15). We
used both fixed length hexamer counts and variable length gapped k-mer counts.

The gapped k-mer representation is biologically motivated as it allows to capture the
degeneracy of RBP binding by treating similar subsequences with mismatches and gaps as a
single feature. For this special case, we employed a k-mer string kernel [233] to train Support
Vector Machines (SVMs) on the input sequences. We used the LS-GKM package [234] tailored
for regression problems [235]. The remaining feature representations (S1,52,S3) were employed
to train standard scikit-learn models, such as Linear Models and Random Forests.

Results showed that no feature representation and model combination could predict Splice Al
effectively (Figure 5.16), and that some configurations were arbitrarily worse than just predicting
the mean of the dataset (the Dummy regressors). The best results were achieved by using gapped
k-mers, although with low R? values. The max R? observed was 0.14 for the HNRNPK paired
dataset. We also tried to frame the problem as a classification task, where rather than predicting
the SpliceAl score, we predicted the exon group where a sequence belongs (knockdown-sensitive
or control) using the same feature representations. Once more, results were poor, with several
configurations performing as good as random guessing (Figure B.8).

It is worth noting that these tasks are challenging for such baseline models. The paired
datasets share similar sequence composition between exon groups (that was the goal of generating
these datasets, Figure 5.4), yet SpliceAI can predict alternative and constitute exons differently
(Figure 5.9B). These findings underscore that simpler models are not able to approximate the
DNN function. Even with the inclusion of gapped k-mers, fixed tabular features prove insufficient
to capture the complex sequence patterns learned by the DNN. SpliceAl leverages spatial
information embedded within sequences (even long-range features, as shown in Figure 5.10B)
and such contextual information captures genetic interactions that tabular models simply cannot

replicate.

5.3 Discussion and limitations

In this chapter, we conducted an interpretability analysis of SpliceAl through ablation studies
involving known RNA binding motifs. We utilized specialized datasets tailored for this purpose,

striving to mitigate the influence of other confounding factors on the model’s predictions
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Figure 5.16: Predicting SpliceAl score for each paired dataset (rows) using several models and feature
representations (columns). Performance was assessed by computing the mean coefficient of determination R? of
test sets from a cross-validation procedure with 5 splits (and shuffle=True, random_state=42). Several models
were used: a Linear Regression model with L2 regularization (Ridge regression with alpha=1), a Random Forest
Regressor with n_estimators=10 and two gkm-SVM models, one with a linear kernel (gkmtrain -t2), and another

employing the RDF nonlinear kernel (gkmtrain -t3). Analysis includes also a baseline Dummy regressor that
always predicts the mean of the dataset. The N= at each row label indicates the dataset size which includes the

knockdown-sensitive and control sequences.

(Section 5.1.2). Through a comprehensive set of experiments, we found that SpliceAl predicts
alternatively spliced exons with lower probabilities (Section 5.1.3) and that those exons are more
sensitive to RBP binding motifs (Section 5.2.2). Furthermore, we have shown that SpliceAl

indeed uses distant features to define an exon’s probability (Section 5.2.3) and it appears to
have learned, to some extent, positional rules of RBP binding and their effect on the splicing

outcome (Section 5.2.4). Nevertheless, while these analyses provide valuable insights, several

aspects deserve further discussion.

5.3.1 Experimental setup

The datasets used in this chapter were generated by processing RNA-Seq data from knockdown
experiments performed in actual cells (Section 5.1.1). A gene knockdown experiment affects
the overall expression of the target gene (in this case, an RBP), meaning that all the genomic
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locations where the RBP binds to regulate splicing are, in theory, affected. However, in our
computational experiments, we removed one binding motif at a time so that the marginal
contribution of individual motifs could be assessed. Thus, this experimental setup does not
reflect the actual biology of a gene knockdown. Joint effects of motifs could be evaluated by
systematically removing all motifs simultaneously. However, depending on the number of motifs
per input sequence, this could create unrealistic (and much shorter) sequences that would render
model predictions unfaithful. Also, such a setup would make it harder to investigate positional
dependencies of individual RBPs, as we have done with individual motif ablations.

5.3.2 Underestimation of effect sizes

It has been established that the contribution of c¢is regulatory sequences where RBP proteins bind
is more subtle than that of the core splicing signals, such as the 3’SS, 5’SS and BP [43]. Indeed,
most impactful RBP binding motifs had moderate-to-small effect sizes, with the distribution of
ablation effects lying between [0.05| and |0.10] (Figures 5.12 and 5.13). Although this magnitude
may correlate with the actual motif importance in cells, the effect size predicted by SpliceAl
may be underestimated due to the neuron saturation problem of DNNs [30]. This is because
multiple occurrences of the same motif may saturate the contribution of that feature, meaning
that perturbing a single motif may not affect the output. In other words, multiple instances
of the same motif in the input sequence may compensate for the ablation we performed. To
counter this issue, we would need to run a reference-based attribution method like DeepLIF'T
[23], but that runs out of the scope of this chapter.

The other aspect to consider was already touched upon in Section 5.2.3. Since for most exons
SpliceAl predicts splicing probabilities closer to 1 (mean of 0.83 and 0.97 for knockdown-sensitive
and control exons, respectively, Figure 5.9B), the effect of impactful ablations tended to be
negative. The effect of potential splicing-enhancing ablations (e.g., removal of splicing silencers
from sequences) was most likely underappreciated since predictions cannot go above 1.

5.3.3 Motif analysis for putative feature construction

To identify potential features within sequences for perturbation, we scanned our datasets with
motifs described as position weight matrices. In Section 5.2.2, we briefly addressed some
challenges inherent of such classical motif analysis, notably the high false positive rate when
scanning long sequences. Equally important is the underlying assumption of such analyses. We
operated under the assumption that the motifs identified represent the actual biology, upon
which all subsequent interpretation analyses were based. However, it’s known that many RBPs
have low sequence specificity [236] or their binding motifs are incompletely characterized [237].
Therefore, we cannot exclude the possibility that SpliceAl, trained blind to motif information,

may have learned motifs that are yet to be discovered and were not queried in our experiments.

78



Chapter 5 5.3. Discussion and limitations

Moreover, there is the aspect of redundancy to consider. While some motifs are RBP-specific,
others are shared across multiple RBPs [222]. This implies that caution is necessary when
assigning feature importance to a single RBP. In our experiments, we partially controlled for
this issue by conducting analyses on a per-RBP basis, where we ensured that the most of
knockdown-sensitive exons were affected by only one or two RBP knockdowns (Figure 5.1B).

5.3.4 SpliceAl is cell-type agnostic

SpliceAl was trained on a large dataset of pre-mRNA sequences containing positions that are
either a splice site or not. Hence, when a new sequence is fed into the model, SpliceAl predicts,
for each position, the probability of it being a splice site (acceptor or donor). This classification
setup captures the strength of a splice site (how confident the model is that a position is a
splice site), but it is entirely agnostic to the usage of that splice site in a specific cell type. For
example, we can have the strongest splice site in the world, but if the gene where it belongs is
not expressed in the cell type under study, its usage is 0.

This is a limitation of the model, as the splicing outcome is highly dependent on the
cellular environment (e.g., which RBPs are present and at which concentrations) [46]. In our
experiments, we used exons that were affected by RBP knockdowns in the HepG2 cell line. When
examining the relationship between the dPSI and perturbation effect predicted by SpliceAl, we
observed no meaningful correlation (Figure 5.17). It shows that many perturbations predicted
by SpliceAl had the opposite effect compared to what was observed in cells. This outcome
was somewhat predictable, as the model was not specifically trained to predict dPSI. While
SpliceAl excels as an end-to-end prediction model of RNA splicing, care should be taken when
interpreting splicing changes in specific cellular contexts.
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Figure 5.17: Relationship between SpliceAl perturbation effects (prediction change > [0.05]) in
knockdown-sensitive sequences and the deltaPSI observed in RNA-Seq data. In the cases where multiple impactful
perturbations were observed for a single exon, the same deltaPSI value was assigned to all of them.
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5.3.5 Deciphering new biology

In this chapter, we perturbed sequence features and measured how SpliceAl predictions changed.
We then performed post-hoc interrogations through various perspectives to understand the
model’s behavior. While this overview proved useful to pinpoint SpliceAI’s ability to learn known
biology, we now question whether such global analyses might limit its potential to uncover new
biological insights.

SpliceAT learned a highly complex representation of the RNA splicing mechanism, and our
attempts to construct simpler, interpretable surrogates to replicate its behavior were largely
unsuccessful (Section 5.2.5). While one can argue that we did not tune the models properly
(we did not perform hyperparameter optimization), we believe that no amount of tuning would
make a big difference. Instead, we wonder whether approximating the DNN function within
local regions of the sequence space might be beneficial for generating new biological hypothesis.
While the ultimate goal is to unveil general regulatory mechanisms and rules, the reality is that
each exon’s splicing may have its own specifics, given the vast combinatorial space of sequence
elements that can interact and influence the final splicing outcome [238]. Indeed, splicing research
has historically been conducted on individual exons [211], a practice that continues today (e.g.,
[239]). Therefore, in the next chapter, we explore strategies to study deep learning models and

splicing locally at the individual exon level.
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Chapter 6

Semantically-rich synthetic dataset
generation with constrained Genetic

Programming

This chapter establishes the groundwork for employing evolutionary-inspired algorithms
integrated with domain knowledge through grammars, with the goal of exploring the local
behavior of sequence-based deep learning models. In particular, we discuss deep learning-guided
strategies for sequence generation and propose a GP approach for the task of generating
semantically rich synthetic datasets for explainable Al. Contributions of this chapter include:

e Synthetic data generation with a GGGP approach where grammars restrict the search
space by encoding RNA splicing knowledge. We extend the GeneticEngine framework
to support genomics applications, particularly by designing custom callbacks and
meta-handlers. We demonstrate the effectiveness of this approach by generating synthetic
sequences that span the whole prediction landscape of SpliceAl, with a significant
improvement over random search-based strategies.

Paper: P. Barbosa, R. Savisaar, A. Fonseca, “Semantically Rich Local Dataset
Generation for Explainable Al in Genomics”, GECCO '24, 2024 [40].
Reproducibility: https://github.com/PedroBarbosa/Synthetic_datasets_
generation

e Contributed to the evaluation and validation of Genetic Engine, a framework developed
in our group that implements GGGP.

Code: https://github.com/alcides/GeneticEngine

Paper: G. Espada, L. Ingelse, P. Canelas, P. Barbosa, A. Fonseca, “Data types
as a more ergonomic frontend for Grammar-Guided Genetic Programming”, GPCFE
'22: Concepts and Experiences, 2022 [39].

Reproducibility: https://github.com/pcanelas/GeneticEngineEvaluation
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Chapter 6 6.1. Introduction

6.1 Introduction

In the previous chapter, we explored sequence perturbations as a strategy to interpret SpliceAl.
We demonstrated that some position-dependent patterns for known motif features could be
recapitulated globally (Section 5.2.4). However, taking a global perspective of the model’s
sensitivity to such features, coupled with the complexity of the RNA splicing domain, may
have hindered our ability to identify local sequence patterns important for model prediction.
In addition, we had limited data for a couple of RBPs to conduct a robust global analysis
(Figure 5.2), making a local analysis of the sequence space an appealing alternative.

Attribution methods (Section 3.4.2) could be employed to measure position-specific
nucleotide effects and, therefore, provide local explanations. However, these methods hold
some limitations. Results can differ according to the attribution method used [240], and
epistatic feature interactions are not quantified [30]. An alternative strategy is to generate local
synthetic datasets around a single input. These datasets harbor sequences with combinations
of perturbations, which can be used to train interpretable surrogate models on such localized
regions of sequence space. While the concept of local surrogates has been proposed for other
domains [31-33], its application to genomics has been proposed only recently [34], and not for
the RNA splicing problem.

For such surrogates to succeed, it is important that the local datasets contain sequences that
are not only syntactically similar but also semantically diverse, so as to extensively sample
the model fitness landscape. The generation of such a local dataset is a challenging task,
considering the vast combinatorial search space and the irregular fitness landscape. It requires
exploring the syntactic neighborhood of the target sequence and identifying perturbed sequences
that maximize the diversity of the semantic space. The search space grows linearly with the
length of the sequence and exponentially with the number of simultaneous single nucleotide
perturbations. It grows even faster when considering more complex, but realistic perturbations,
such as insertions of deletions of short lengths. As a result, techniques such as exhaustive
search or random search may not be feasible in this context. Exhaustive search becomes
computationally intractable, while random search is oblivious to the semantic space, which
may lead to datasets that sparsely cover the fitness landscape. We reason that some heuristics
are needed to efficiently explore the search space, and we therefore frame this problem as a

dataset generation task.

6.2 Deep learning-guided sequence generation

We now provide an overview of the state-of-the art methodologies that explicitly focus on
synthetic data generation in genomics. In particular, we explore various applications of sequence
generation guided by performant deep learning models.
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One such application is sequence design, which involves designing molecules with desired
outcomes, such as controlling gene expression levels [241] or developing more efficient mRNA
vaccines [242]. To do this, deep generative networks are used to model distributions of
sequences with desired properties [243—-247]. These frameworks employ activation maximization
to maximize the property of interest by gradient ascent through the model oracle, typically using
an appropriate generative network based on Generative adversarial networks (GANs) [248] or
Variational Autoencoders (VAEs) [249]. Genetic algorithms have also been proposed, either
by greedily perturbing the best sequences [250], employing very large population sizes [251]
or evolving ensembles of optimization algorithms [251]. Recently, inspired by classical wet
lab experiments, directed sequence evolution has been used successfully to iteratively evolve
a random sequence into a synthetic, biologically functional sequence [252, 253]. This method
exhaustively measures the impact of SNVs at each iteration and selects the perturbation that
yields the largest model prediction change to be applied to the sequence. However, it’s important
to note that despite their utility, these approaches have inherent constraints. They do not
generate sequences covering the entire fitness landscape of the oracle (the semantic space). In
addition, many methods were not developed for model explainability, and can only scale to short
sequence contexts.

The use of synthetic data augmentations has been proposed to enhance model generalization
and interpretability [34, 240, 254]. In Prakash et al. [240], sequence generation is guided by a
motif-based pipeline to fine-tune trained models and benchmark different post-hoc explainability
methods. In contrast, EvoAug [254] applies random augmentations to the sequences during
pretraining, using the same label as the wild-type sequence. Then, the potential biases and
labeling errors created with the augmentations are addressed by fine-tuning on the original data
only. The adoption of these augmentations has demonstrated improved generalization and more
interpretable feature attribution maps. Finally, SQUID [34] employs synthetic data generation to
train interpretable surrogates to elucidate deep learning models in local regions of the sequence
space. This approach aligns with our goal, where oracle predictions serve as labels for the
synthetic dataset. However, in SQUID, perturbations are applied randomly without ensuring
comprehensive coverage of the model’s semantic space. This might be a limitation, depending
on the application. For instance, in our RNA splicing case study, if one wants to study what
drives the splicing levels of a wild-type exon from 0% inclusion to 100%, it is unlikely that the
randomly generated synthetic dataset will adequately cover the two far-reaching locations of the

semantic space.

6.3 Proposed approach

We propose using GP [103] to build local datasets generated from a single sequence. The
evolutionary loop evolves sequences containing perturbations that trigger diversity in the
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Figure 6.1: Summary of the proposed methodology.

semantic space of the deep learning model. Importantly, custom domain aware grammars restrict
the perturbations applied to the original sequence, hence significantly reducing the search space.

GP explores the search space by maintaining a population of interesting programs or
instances — in our case, combinations of perturbations — and by applying genetic operators
such as mutation and crossover. Throughout the evolution cycle, relevant individuals are copied
from the population to an archive. Once the evolution ends, either due to a time limit or
reaching the archive capacity, this archive becomes the final dataset. Thus, the population is
used to keep individuals that represent promising areas of the search space, not the final dataset
(Figure 6.1).

We use a domain-specific representation for individuals. Rather than sequences as
strings of nucleotides, we choose to represent the perturbations themselves using a grammar
(Section 6.3.1). This representation draws inspiration from diff files, which compactly represent
two similar files by listing only their differences. It offers several advantages, including reduced
memory usage compared to storing two complete copies and being easier for practitioners to
interpret. Additionally, genetic operators can work on the semantic level of a perturbation,
allowing the introduction of domain-specific and biological constraints.

Consequently, the initial population is randomly generated using the semantic rules
encoded in the grammar. This population undergoes evaluation by applying the perturbation
representation to the original sequence, resulting in perturbed sequences. These sequences are
then fed into the deep learning oracle to obtain predictions in the semantic space of the model.
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Figure 6.2: The core structure of the grammar used to represent an individual in respect to the original
sequence, presented in EBNF. Underlined symbols are terminals or meta-handlers.

Our goal is not to optimize the prediction itself, but rather the diversity within the archive’s
predictions (Section 6.3.2). To achieve this, we define two fitness functions (Section 6.3.3)
that are computationally lightweight and can guide the population towards archive diversity.
Finally, we follow a traditional GP loop, with tournament selection (size 5) and application of
grammar-guided genetic operators such as tree-based crossover and mutation (Section 6.3.4).
Additionally, we propose a custom mutation operator that promotes locality in the sampled
positions of perturbations, acting as a more local search than the traditional tree-based mutation.
As a case study, we focus on RNA splicing, particularly on exploring the prediction landscape
of SpliceAl (Section 6.4).

6.3.1 Representation

We devised a perturbation grammar to constrain the perturbations to be biologically plausible.
Using GGGP [104], extended with meta-handlers [39], both the population initialization and
genetic operators modify the representation of individuals within these constraints.

Our grammar (Figure 6.2) defines individual genotypes as a sequence of 1 to 6 perturbations
(DiffSeq, the starting symbol). Each perturbation (DiffUnit) can be one of three types: a
SNV (Pos,Nuc) parameterized with a position and a new nucleotide, an insertion of a short
sequence at a given position (Insertion(Pos,Nucs)), or a deletion of n nucleotides at a given
position (Deletion(Pos, Size)). Table 6.1 provides examples of different perturbations and
their effect on the resulting sequence.

Four principles guided the design of grammar: Firstly, the number of perturbations was
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Table 6.1: Examples of perturbations and their effect on the original sequence.

Original Sequence Perturbation Final Sequence
[SNV(1,A)] AATCGCGTTA
[Ins(2,CG)]* ATCGTCGCGTTA
ATT TTA
caca [Delet10n(7 2)] ATTCGCGA
[

SNV(1,A), Insertion(2,CG)] AACGTCGCGTTA

capped at 6 to preserve similarity to the original sequence. This restriction is important, as
increased dissimilarity would decrease explanatory value. Secondly, the three types of DiffUnits,
despite their varying lengths, represent types of genetic variation found in nature. We used
meta-handlers to restrict the length of deletions and insertions to a maximum of 5. Thirdly,
we prevent overlapping perturbations as it is impractical to keep track of the correspondence
between positions and the original sequence. In these cases, only the largest perturbation is kept,
hence prioritizing insertions and deletions over SNVs. Finally, we impose additional constraints
on exploring specific regions within the sequence based on problem-specific requirements. This
is particularly relevant when exploring certain regions that could significantly impact the search
process, potentially leading to local optima. For instance, in the context of the RNA splicing
problem, we explicitly restrict any DiffUnit within the positions [-10, 2] and [-3, 6] around
splicing acceptors (the start of an exon) and donors (the end of an exon), respectively. These
restrictions are enforced using meta-handlers on the values of the Pos non-terminal.

Ultimately, the genotype is a list of non-overlapping perturbations applied to the original

sequence.

6.3.2 Archive

The generation of the archive is the main outcome of the evolutionary algorithm. It is used as
a dataset for any downstream application. The archive has a fixed specified capacity S and is
composed of N equally-sized bins (or buckets). In this study, we used 5000 and 40 bins, each
representing a range of 0.025 within the black box prediction space {p € R | 0 < p < 1}. The
optimal archive would maintain an equal and maximum capacity in all bins while also displaying
good diversity within each bin.

The quality (Q) of an archive A is the weighted sum of the number of sequences stored in
the archive (Ag;ze), the archive inter-bin diversity (D), the intra-bin diversity (Dperibin) and the
fraction of bins with at least 10 sequences (Ano 10w count bins):
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Q(A) =0.3 x Agize
+03xD
+ 0.2 x f)peubm
+0.2 X (Ano_tow_count_bins)

(6.1)

The raw archive diversity D is quantified using the Shannon diversity index and normalized
(D) to scale between 0 and 1:

N
—> pa,In(pa,)
b=1

D(A,N)
In(N)

where pa, stands for the proportion of the sequences in the archive belonging to the bt

(6.2)
D(A,N) =

prediction bin.

The intra-bin diversity Dpe, pin, measures the average diversity within each of the N bins by
further dividing each archive bin (A;) into 10 equally-sized sub-bins and calculating the diversity
ﬁ(Ab, 10) for each. The final ﬁperibin is the average diversity across all bins:

/\

N
Dper bin = Zf) (Ap, 10) (6.3)
b

Finally, the A5 10w count bins quantifies the fractlon of bins with more than 10 sequences.
These factors balance a semantic representation that is both coarse and fine-grained, ensuring
an even distribution across all bins, and consider the total number of sequences in the final
dataset. While other metrics could be considered, we chose these for their relevance to our case

study.

6.3.3 Fitness Functions

The purpose of the fitness function is to assess how likely an individual is to be kept in the next
generation. For example, even the worst individual of a given generation can be added to the
archive if it helps improve its quality (fitness > 0). However, it will probably not survive for the
next generation and its genotype will be lost.

We define two fitness functions that take into account the current archive status: Bin Filler
and Increase Archive Diversity (IAD).

Bin Filler: This fitness function is directly proportional to the number of available slots in

the bin that the current individual ¢ belongs to. It is defined as one minus the ratio between
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the number of archive sequences in the bin b (py,) and the target number of sequences per bin
T. T is computed a priori, based on the desired archive size S and the number of bins IV:

BF,=1- 12
g (6.4)
g
N

It aims to promote the survival of individuals that belong to emptier bins. This enhances the
exploration of a combination of perturbations in the least explored areas of the oracle semantic
space.

TAD: This fitness function measures how much the addition of individual ¢ to the Archive
increases its inter-bin diversity, as described in Equation (6.2):

IAD; = D(AUi,N) — D(A, N). (6.5)

It is designed to be less reliant on the current filling of each bin. Instead, it assigns higher
fitness to a sequence if it positively contributes to the overall archive uniformity at that moment.
This strategy might be advantageous in avoiding being stuck on local optima since evolution
favors sequences that fully deviate from them. Nevertheless, both fitness functions share the
same overall goal.

6.3.4 Genetic Operators

We use standard tree-based GGGP mutation and crossovers, extended with meta-handlers [39)].
In a typical GGGP mutation, a mutation at a given position of the list would generate random,
new elements for the remainder of the list. Through the usage of meta-handlers, mutations on
lists result in either adding, removing or replacing exactly one element.

We also designed a custom mutation operator that replaces a randomly chosen DiffUnit with
another one in proximity. This replacement is determined by a normal distribution centered at
the position of the old DiffUnit. This approach enhances the search for functional local motifs
in the sequence, a known property of biological sequences. As an example, a typical mutation
in a GGGP individual, like [SNV(7, G)], could replace the node position 7 with a randomly
sampled integer such as 8345. Our custom mutation would select the node and replace it with
[SNV(v, G)I, with v ~ N(7,4).

6.4 Evaluation methodology

To assess our GGGP method for local dataset generation, we employ it to synthesize local
datasets for explaining SpliceAl, a neural network that models RNA splicing (Section 6.4.1).
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We describe the specific experimental settings, including hardware and software details, in
Section 6.4.2. Additionally, in Section 6.4.3, we detail the baseline approach against which our

methodology is compared. Finally, Section 6.4.4 details our process for tuning hyperparameters.

6.4.1 Case Study

While several applications for sequence generation do exist, our evaluation focuses on the
problem of RNA splicing. In particular, we aim at generating synthetic datasets for local
explainability of the SpliceAl model [38]. SpliceAl has shown remarkable success in the
prediction of pathogenic variants [155, 156, 206], and we have provided the same evidence
for deep intronic regions of the human genome (Chapter 4). In addition, SpliceAl predicts
constitutive and alternatively spliced exons differently (Chapter 5), suggesting that the model
has indeed learned, at least partially, mechanistic rules of the splicing code.

In this study, the input is a DNA sequence representing an exon triplet along with the
intervening introns. The goal is to generate sequences that influence the probability of inclusion
of the middle exon (the so-called cassette exon). In biological terms, we target the generation
of sequences to model exon skipping, the most prevalent alternative splicing event in the human
genome [255]. Although SpliceAl does not directly model PSI, a well-established metric for
quantifying exon inclusion levels, we use the average of SpliceAl predictions at the acceptor
and donor positions of the cassette exon as a proxy for PSI values (as done in Chapter 5). This
decision is justified by the observed correlation with PSI measurements from RNA-Seq data [38].

The SpliceAl input is bounded to 10,001 nucleotides, ensuring that 5k of flanking context on
both sides is considered for prediction of each central position undergoing evaluation. Sequences
(exon triplets) shorter than this resolution were padded whereas sequences longer than 10k
nucleotides were trimmed to conform with the model input dimensions.

As a proof-of-concept, we used the exon 6 of the FAS gene, an exon extensively studied [238,
256-258] due to the fact that excluding this exon switches the protein’s function from
pro-apoptotic (programmed cell death) to anti-apoptotic. In addition, the PSI levels of this
exon vary across tissues and displayed intermediary PSI levels of 60% in a minigene construct
containing exons 5-7 and the corresponding introns [258]. Similarly, using the same genomic
context, SpliceAl predicts a PSI value of 0.4921 for exon 6, aligning with the observed behavior

in real cells.

6.4.2 Experimental settings

Our approach and the baseline were implemented on top of GeneticEngine v0.8.5 [39], which
supports meta-handlers that allow encoding constraints on the perturbations.

All the experiments were conducted on a Ubuntu 22.04 server with an AMD Ryzen
Threadripper 3960X 24-Core Processor with 96GB of usable RAM. The GPU used for model

89



Chapter 6 6.5. GP with Bin Filler as fitness function performs best

inferences was an NVIDIA GeForce RTX 3090 with 24Gb of VRAM, running on CUDA
v12.3 and Python 3.10.12. Reproducibility instructions are available at https://github.com/
PedroBarbosa/Synthetic_datasets_generation. The datasets generated in this study are
available on Zenodo at https://doi.org/10.5281/zenodo.10607868.

6.4.3 Baseline

Existing work that generates local synthetic sequences employs either random [34] or exhaustive
(from a short 500-nucleotide sequence [253]) sampling. Since exhaustive search is impractical for
large search spaces like ours, we adopt Random Search (RS) as the baseline. It is worth noting
that the baseline also takes advantage of our semantically rich encoding and does not operate
on sequences directly, thus enabling us to focus the evaluation on the impact of the GP loop.

Both approaches are compared with the same time budget and are implemented on the same
framework, reducing the impact of external factors in our evaluation.

6.4.4 Hyperparameter Optimization

We used Optuna v3.4.0 [259] for hyperparameter optimization of the evolutionary algorithm.
The objective was to identify the optimal configuration that maximized archive quality, as
in Equation (6.1). We used Tree-structured Parzen Estimator Approach (TPE) [260] for
parameter sampling. The optimization process was carried out until 500 trials were successfully
completed. Each trial was set to finish when either of the following conditions was met: the
archive accumulated 5000 sequences, or the allocated time budget of 5 minutes was reached.
We also added soft constraints on the sum of certain hyperparameters, favoring their total
to be between 0.5 and 1. These constraints were applied to three sets of parameters: the
sum of SNV grammar weight, Insertion grammar weight and Deletion grammar weight; the
sum of Genetic operators weight, Elitism weight and Nowelty weight; and the sum of Mutation
probability and Crossover probability. The search space for all hyperparameters is reported in
Table 6.2. Individual optimizations were conducted for each of the fitness functions, resulting
in four distinct optimization runs: GGGP_ BinFiller, RandomSearch_ BinFiller, GGGP_TAD
and RandomSearch IAD.

6.5 GP with Bin Filler as fitness function performs best

Firstly, we compared the top five Optuna trials of each strategy throughout an evaluation using
five random seeds (Figure 6.3A). We observed a high agreement across seeds within each strategy,
except for a single trial with the TAD fitness function. The best overall configuration resulted
from combining Genetic Programming with Bin Filler, both in the final quality of the archive
and the rate at which it increases throughout the evolution.
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Table 6.2: List of hyperparameters tuned by Optuna along with the best values for each strategy

Hyperparameter Search space GGGP_BF GGGP_IAD RS_BF RS_IAD
Max DiffUnits Int{1,2,3,4,5,6} 5 4 6 5
Max insertion size Int{1,2,3,4,5} 5 5 5 5
Max deletion size Int{1,2,3,4,5} 3 1 5 4
SNV grammar weight Float[0, 1] (Step 0.05) 0.05 0.15 0.1 0.25
Insertion grammar weight Float[0, 1] (Step 0.05) 0.75 0.25 0.85 0.4
Deletion grammar weight Float[0, 1] (Step 0.05) 0.3 0.1 0.15 0.35
Population size Int[100, 1900] (Step 200) 500 700 1300 1900
Selection method * Cat{Tournament, Lexicase} Tournament Tournament - -
Crossover probability * Float[0.05, 5] (Step 0.05) 0.25 0.2 - -
Mutation probability * Float[0.2, 1] (Step 0.1) 0.7 0.7 - -
Use custom mutation operator * Bool{True, False} True True - -
Custom mutation operator weight * Float[0, 1] (Step 0.1) 0.8 0.7 - -
Genetic operators weight * Float[0, 1] (Step 0.1) 0.8 0.8 0 0
Elitism weight * Float[0, 1] (Step 0.1) 0 0.1 0 0
Novelty weight * Float[0, 1] (Step 0.1) 0.1 0 1 1

* In Random Search, these hyperparameters were not optimized. We strictly set Novelty weight to 1 and Elitism and Genetic
operators weights to 0, turning the other highlighted parameters untouched.
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Figure 6.3: Archive quality evaluation between the GGGP and baseline experiments. A - Average
archive quality throughout the search procedure for four strategies (GGGP_ BinFiller, RandomSearch_ BinFiller,
GGGP_IAD and RandomSearch IAD). We show only the top 5 trials of each strategy, each representing the
average of 5 seeds. B - Distribution of the archive quality of the top trial of each strategy over 30 seeds. Statistical
significance was assessed using Welch’s t-tests for three pairs of samples: two comparing the means of the GGGP
and baseline when using the same fitness function, and one comparing the GGGP with different fitness functions.

P-values were adjusted for multiple testing using the Bonferroni correction.

Next, we executed 30 seeds of the top trial of each strategy (Table 6.2). The larger number of
seeds confirms the effectiveness of GGGP with Bin Filler and highlights significant performance
differences between GGGP and Random Search (Figure 6.3B). When comparing the two fitness
functions, GGGP with TAD was competitive against Bin Filler, achieving a median archive

quality of over 0.95. Interestingly, the hyperparameter search yielded a lack of novelty (weight
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0 in Table 6.2), rendering the evolution highly dependent on the search space covered during
population initialization.

To further explore the impact of the fitness functions, we conducted a small experiment
wherein we used the best parameters derived by Optuna for GGGP with IAD and BinFiller,
but exchanged the fitness functions between them. The best results stemmed from the
parameter configuration derived for BinFiller, rather than from the specific fitness function
used (Figure 6.4A). This suggests that the fitness function may not be the primary driver
of the evolutionary search outcome; instead, the parameter setup appears to play a major
role. Interestingly, when examining the average edit distances to the original sequence, we
observed that the parameter setup obtained for TAD (IAD, BF_TIAD experiments) yielded
simpler genotypes, regardless of the fitness function (Figure 6.4B). Hence, although not being
the most performant in archive quality, this configuration could prove beneficial for downstream

interpretability applications.
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Figure 6.4: Evaluation of the fitness function effect in the evolutionary search outcome. Four different
strategies are displayed: Optuna-derived GGGP parameters for BinFiller and IAD, plus two experiments. These
involve using TAD as fitness function with the BinFiller-optimized parameters (IAD_BFsetup), and vice versa
(BF_IADsetup).A - Boxplots displaying archive quality variability based on 30 different seeds. B - Lineplots
showing the average edit distance (number of nucleotides that differ from the original sequence) of the archive
sequences along the evolution time based on 30 different seeds.

6.6 Ablation studies reveal domain-specific insights

Using the best configuration, GGGP with Bin Filler, we explored how different components can
effect evolution performance.
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6.6.1 Lexicase selection

First, we replaced Tournament selection with Lexicase selection [261] with two objectives.
Besides maximizing the quality of the archive (first objective), we also minimized the edit
distance between the generated sequences and the original one. This second objective aims
to reduce the syntactic diversity of the generated dataset, thereby potentially enhancing its
explainability.

Surprisingly, Lexicase selection performed very poorly regarding archive quality
(Figure 6.5A). While the second objective helped the generation of simpler genotypes (lower
average edit distance of the archives compared to the best configuration), this hurt overall
performance. Custom hyperparameter tuning for Lexicase selection did not improve the
results (data not shown). In addition, the slow rate at which sequences were added to the
archive suggests that Lexicase hindered the exploration of sequence space (Figure 6.5B). This
is likely because most sequences added to the archive were selected based on the primary
objective. Conversely, the second objective, which probably favored individuals with a single
SNV, primarily slowed down the evolutionary process. This observation reflects biological
complexity: higher edit distances, which are important for exploring epistatic interactions, are

likely necessary for fully capturing the biological fitness landscape.
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Figure 6.5: Impact of Lexicase selection in the final archive. A - Average edit distance as a function of
archive quality for tournament and lexicase selection across 30 different runs. The horizontal lines reflect the
median archive quality of each selection method. B - Averaged archive size throughout 30 different runs.

6.6.2 Custom mutation operator

Next, we examined how the custom mutation operator affects archive quality. The best setup
displayed a custom mutation rate of 0.8, where 80% of GGGP mutations swap DiffUnits
with others in spatial proximity. We conducted experiments testing ten additional rates by
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incrementally decreasing this value from 1 to 0, consequently increasing the standard random
mutation rate.

We found that reducing the custom mutation rate negatively impacted the overall quality
of the archive, especially when relying solely on standard GGGP random mutation (rate 0),
as illustrated in Figure 6.6. This outcome strongly suggests that exploring DiffUnits in a
more localized manner is targeting functional motifs faster than when mutating across the
whole sequence. These results highlight the benefit of embedding domain and problem-specific

properties in the design of the evolutionary algorithm.
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Figure 6.6: Impact of the frequency of the custom mutation operator (vs standard GP tree-based mutation)

in the final archive quality, across 30 seeds.

6.6.3 Restricting the types of perturbations

Lastly, we assessed the performance impact of omitting certain DiffUnits from the grammar.
As expected, when omitting both deletions and insertions (only SNVs are allowed) the archive
quality was reduced, as there was no sufficient sequence edits to explore the whole model
prediction landscape (Figure 6.7A, NoDelsAndIns points).

Interestingly, when only insertions were excluded from the evolution, archive quality also
dropped to similar levels as for the NoDelsAndIns configuration. In contrast, the exclusion
of deletions (NoDels) appeared to have minimal impact on performance (Figure 6.7A). This
pattern suggests that insertions play a crucial role in improving black box prediction coverage. In
particular, this is evident for score bins greater than 0.9, which are the hardest to reach under all
conditions: grammars without insertions (Nolns, NoDelsAndIns) contribute disproportionately
fewer sequences at these bins compared to grammars with insertions (NoDels, BestConfig, as

shown in Figure 6.7B).
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Figure 6.7: Impact of excluding specific grammar nodes on archive quality. Four conditions were tested: the
best configuration, the best configuration without deletions (NoDels), without insertions (Nolns) and without
both (NoDelsAndIns). A - Average edit distance and archive quality for each condition across 30 seeds. Horizontal
lines represent the median archive quality for each condition. B - Number of unique sequences generated across

30 seeds in each score bin for each condition.

6.7 Generalizing to other input sequences reinforces differences
against baseline

To assess the generalizability of our approach to other sequences, we used RNA-Seq data from
the ENCODE [113], as done in Chapter 5. Specifically, we focused on the gene knockdown
of the RBFOX2 gene, a known regulator of alternative splicing [262-264], and extracted the
list of differentially spliced exons upon knockdown to be subjected to analysis using our
GGGP approach the Random Search baseline. We applied slightly different filters compared
to Section 5.1.1, where we did not exclusively focus on splicing events in protein-coding genes,
resulting in 144 exons to study. We have also integrated SQUID [34] into the benchmarks as a
second baseline (see Appendix C.1 for details on how it was done).

We found that GGGP outperformed Random Search and SQUID in dataset generation
quality across a diverse set of input sequences (Figure 6.8). On average, GGGP achieved 0.93
in archive quality, compared to Random Search’s 0.63 and SQUID’s 0.60, representing a ~30%
improvement. Random Search outperformed GGGP in only 3 out of 144 sequences (0.02%),
and even then, the margin was minimal. In addition, we aimed to assess the impact of the
sequence length on performance. Since the proof-of-concept was carried out on a relatively
short sequence (FAS exon triplet plus 100 nucleotides on each side, totaling 1743 nucleotides),
we examined how the generated archives stand up to much longer sequences, which reflect larger
search spaces. We found more pronounced differences in longer sequences, underscoring that our
approach better navigates larger search spaces (Figure 6.8, GGGP-RS and GGGP-SQUID heatmap
annotations). Notably, GGGP performance appears unaffected by sequence length, maintaining
consistent archive quality across different sequence sizes (Table 6.3).

We further illustrate the influence of the original sequence prediction on the search outcome.
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Figure 6.8: Archive quality comparison across sequences of varying lengths (binned vertically), focusing
on performance differences between GGGP and the baselines. The heatmap annotations, in green, show the
performance difference between GGGP and each of the baselines (Random Search and SQUID).

Table 6.3: Mean archive quality for sequences at different sequence length intervals.

Sequence length class Number of sequences Random Search SQUID GGGP

0-2kb 16 0.732 0.702 0.92
2kb-4kb 24 0.743 0.678 0.927
4kb-6kb 34 0.652 0.603 0.93
6kb-8kb 35 0.571 0.552 0.946
8kb-10kb 13 0.596 0.573 0.963

10kb-12kb 22 0.501 0.514 0.911

In particular, when the model predicted values close to 0 or 1, we observed larger performance
differences between our approach and the baselines, especially when the original exon was
predicted with high probability (Figure 6.9). This makes biologically sense because exons
predicted to be constitutive (close to 1) or barely included (close to 0) in the final RNA transcript
are inherently resistant to changes across the PSI landscape [265]. These findings underscore
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Figure 6.9: Differences in archive quality between GGGP and the baselines (Random Search and SQUID) as

a function of the SpliceAl score of the original sequence.

the effectiveness of our approach, especially considering our deliberate avoidance of perturbing

highly sensitive regions in the sequences, such as splice sites.

6.7.1 Motif analysis of synthetic datasets

We explored which known biological motifs were captured by the generated datasets by
quantifying the frequency of what we term “motif disruption” events - motif gains/losses relative
to the original sequence - in datasets generated by GGGP and Random Search. To do so,
we performed a classical motif analysis on the generated datasets to assess the presence of
ground-truth motifs in the synthetic sequences. We scanned sequences with motif PWMs using
FIMO [215] from the MEME suite v5.5.3. We used oRNAment [217] as the motif database, and
selected RBPs associated with RNA splicing regulation (according to [113]), which resulted in
PWNMs from 36 RBPs for scanning. Only motif matches with a p-value < 0.0001 were considered.

From the motif scanning step, we additionally processed the output to measure the frequency
of motif disruption events per dataset, defined as the total number of motifs gained or lost
relative to the original wild-type sequence, divided by the dataset size. The dataset size is just
a normalization factor, since the number of generated sequences was not consistent between
Random Search and GGGP-based datasets.

Our analysis revealed a higher proportion of motif disruption events in GGGP datasets
(Figure 6.10, Motif Diff heatmap annotation), indicating that sequences generated by GGGP
contain richer biological information. However, 32 exons (22.2%) had datasets with a lower
number of disruption events (relative to the dataset size) compared to those generated by
Random Search. As GGGP datasets effectively cover the prediction landscape, it remains

unclear whether the model has learned previously unknown motif syntax or if the perturbations
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influencing the model’s predictions are merely spurious artifacts.
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Figure 6.10: Archive comparison across sequences of varying lengths (binned vertically), focusing on motif

disruption events. FEach dataset consists of the same run performed with five different seeds. The heatmap
annotations show the difference in the relative frequency of motif disruptions between GGGP and Random Search
for all motifs in the database (Motifs Diff) and for RBFOX2 only (RBFOX2 Diff).

We additionally explored motif disruption events for RBFOX2, specifically. Since the
analyzed sequences displayed splicing changes upon RBFOX2 knockdown, we wondered whether
the generated datasets, which cover the model prediction landscape, would also capture RBFOX2
motifs being gained or lost in the synthetic sequences. Interestingly, we observed no enrichment
of RBFOX2 motifs in GGGP datasets compared to Random Search, except for a couple of
exceptions (Figure 6.10, RBFOX2 Diff heatmap annotation). Upon further examination of
the results, we observed that 75 out of 144 original sequences (52%) did not exhibit any
RBFOX2 motif hits, and only 4 sequences contained more than 3 RBFOX2 motifs. The
low frequency of RBFOX2 motifs in real (wildtype) sequences suggests that many alternative
splicing events detected may likely be attributed to indirect effects of the RBFOX2 knockdown
(e.g., involvement as a member of a protein complex) rather than direct binding to RNA.
Another possible explanation for the similar frequency of RBFOX2 disruption events in GGGP
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and RS is the contextual landscape in which these motifs were gained or lost (e.g., their
sequence location or the presence of other perturbations in the same sequence). Although the
frequencies of RBFOX2 disruption events were similar, sequences with these events displayed
distinct SpliceAl delta score distribution profiles in the GGGP and Random Search datasets
(Figure 6.11). Synthetic sequences generated with GGGP were semantically richer, while
Random Search-derived sequences had RBFOX2 motif disruptions that did not affect the
SpliceAl score, making them irrelevant for the model’s predictions. This suggests that GGGP
may leverage RBFOX2-related perturbations, alone or in combination with other perturbations,
to drive predictions towards diverse regions of the prediction landscape.
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Figure 6.11: Distribution of SpliceAl delta scores for synthetic sequences with RBFOX2 motif gains and
losses compared to the original sequence.

6.8 Studying the impact of an alternative PWM grammar

So far, we have proposed a GP approach that constrains possible perturbations using a grammar.
The grammar, described in Section 6.3.1, encodes a set of productions that define the rules for
generating synthetic sequences. Combined with Meta-Handlers, which enhance the grammar’s
expressive power by imposing type refinements (e.g., avoiding perturbations of splice site
regions), we have successfully generated synthetic datasets that cover the prediction landscape
of SpliceAl. However, the grammar remains relatively unconstrained since perturbations are
random. This may result in many ineffective perturbations and consequently longer convergence
times before achieving biologically meaningful changes.

Hence, we designed another grammar that restricts the perturbations to a set of
predefined motifs from PWMs (Figure 6.12). Just like the previous grammar (Figure 6.2),

the PWM grammar defines individual genotypes as a sequence of 1 to 6 perturbations.
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Figure 6.12: Perturbation grammar from PWMs. A - Core structure of the grammar used to represent
an individual in respect to the original sequence, presented in EBNF. Underlined symbols are terminals or
meta-handlers. Node names are shortened for space constraints. B - Types of grammar nodes (DiffUnits)
encoded in the grammar.

Now, each perturbation can be one of five types: MotifSNV(MotifPos, Elem, Nuc)
employs an SNV at a given element within an existing motif, MotifSubstitution(SeqPos,
MotifSeq) replaces a portion of the sequence with a motif at a given position,
MotifAblation(MotifPos, RandomNucs) removes a motif by shuffling out that portion of
the sequence, MotifInsertion(SeqPos, MotifSeq) inserts a motif at a given position, and
MotifDeletion(MotifPos) deletes a motif from the sequence. Of note, MotifSubstitution and
MotifAblation ensure the same sequence length after replacement, whereas MotifInsertion
and MotifDeletion result in a sequence length change. A visual representation of the grammar
nodes available is show in Figure 6.12B.

Importantly, this grammar requires an initial motif scan at the beginning of the evolutionary
run to extract the motif locations in the original sequence. Accordingly, we developed a set of
custom Meta-handlers to restrict the perturbation space to these existing motif locations. We
also maintained the rationale of avoiding perturbations around splice sites of the exon triplet
([-10, 2] and [-3, 6] around splicing acceptors and donors, respectively). We hypothesized
that by imposing more fine-grained biological constraints (motif vs. random perturbations),
we could achieve equally good performance with faster convergence, despite the increased
restrictions on the search space (less available regions to perturb).

By comparing the performance of GGGP against the Random Search baseline using both the
original and PWM grammars, we found that regardless of the grammar, GGGP outperformed
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Figure 6.13: Archive quality comparison across sequences of varying lengths, focusing on a grammar encoding
perturbations from PWMs. The first two heatmap annotations show the performance difference between GGGP
and the corresponding baseline, and the right-most annotation (GGGP(PWM) - GGGP) compares GGGP approaches
using different grammars.

Random Search in the same order of magnitude (Figure 6.13 GGGP-RS and GGGP -RS (PWM
grammar) heatmap annotation). However, contrary to our hypothesis, GGGP using different
grammars exhibited a large performance difference, with the original grammar producing
substantially better results (Figure 6.13, GGGP(PWM) - GGGP heatmap annotation). These
findings reveal two important insights. First, the impact of the grammar on the evolutionary
search outcome is substantial. Second, the PWM grammar may be too restrictive, both at the
locations where perturbations can occur (e.g., ablations and deletions are limited to known motif
locations) and the nucleotides that can be inserted or substituted (restricted to known motif
sequences). Because the deep learning model has learned unbiased motif representations from the
training data, the original grammar, which allows for random combinations of nucleotides, was
more effective in exploring the prediction landscape of the model. Nevertheless, this grammar
can be very useful for other type of experiments, as we will see in the next chapter.
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6.9 Exploring Pangolin as the deep learning oracle

In this section, we explore the impact of the oracle in the evolutionary search process. Instead of
SpliceAl, we employed Pangolin [141], which predicts splicing in four different tissues. By default,
Pangolin averages predictions across all tissues. However, due to the additional computational
overhead of running inferences for each tissue, we focused on a single tissue (heart) to render a fair
comparison with SpliceAl. This approach ensures that the evaluation of the population at a given
generation takes approximately the same amount of time. We used the same RBFOX2-sensitive
sequences and the grammar encoding random perturbations, as it previously yielded the best
results (Figure 6.13).

The datasets generated by Pangolin displayed lower quality than those generated by SpliceAl,
with a median archive quality of 0.683 compared to 0.93 for SpliceAl (Figure 6.14). Pangolin’s
derived datasets were of better quality in only 5 out of 144 sequences. These results do not
necessarily reflect the quality of the oracle itself. Instead, they suggest that it is more challenging
to cover the prediction landscape of Pangolin within the same time budget as SpliceAl. In other
words, SpliceAT is more sensitive to perturbations in the input sequence. Let us discuss this in
more detail.

Pangolin was trained using splicing quantifications from RNA-Seq data, representing an in
vivo snapshot of the splicing landscape. Unlike SpliceAl’s binary nature (is a position a splice
site or not), Pangolin predicts continuous values of splice site usage across different tissues. This
task likely required Pangolin to focus on more compact features to accurately predict continuous
labels and their variations across tissues, making it less sensitive to random perturbations. As an
example, if an exon is predicted with a very low score in heart tissue, and similar sequences were
observed in the training data at very low inclusion levels, it is reasonable to speculate that no
perturbations will easily lead splice site usage up to 1, assuming no data distribution shifts in the
synthetic sequences, which we explicitly control for by imposing a low number of perturbations
per sequence in the grammar. Hence, the lower quality observed in archives guided by Pangolin
(lower diversity in the model’s semantic space) may actually be a more realistic representation
of biology, considering the cell-type-specific nature of splicing regulation.

As before, we analyzed the motif disruption events and compared their prevalence between
datasets generated with Pangolin and SpliceAl. We found a similar proportion of motif disruption
events between the models (Figure 6.14, Motif Diff heatmap annotation), suggesting that
known motifs affect the models’ predictions at a similar level. This observation also holds for
RBFOX2 motif gains or losses (Figure 6.14, RBFOX2 Diff heatmap annotation).
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Figure 6.14: Archive quality comparison across sequences of varying lengths, focusing on two different
oracles, SpliceAI and Pangolin, using the grammar encoding random perturbations. The first heatmap annotation
shows the archive quality differences between SpliceAl and Pangolin. The two right-most annotations show the
differences in the relative frequency of motif disruptions between SpliceAl and Pangolin’s derived datasets for all
motifs in the database (Motifs Diff) and for RBFOX2 only (RBFOX2 Diff).

6.10 Conclusion

Based on the accumulated evidence, we conclude that our grammar-guided Genetic
Programming approach greatly improves over random sampling on the task of generating
semantically meaningful local synthetic datasets. We found this to be true not only in a relatively
short, controlled sequence (Section 6.5) but also for 144 sequences that are diverse in their length,
genomic location, and original black box score (Section 6.7). In these sequences, our approach
achieved an average 30% improvement over the baseline.

Our results have also highlighted the advantage of introducing domain knowledge in the
problem specification. By constraining highly sensitive regions in the sequence from being
explored, we force the evolutionary algorithm to learn alternative yet biologically interesting
paths to achieve semantic diversity. Indeed, we proved that synthetic sequences generated by
GGGP contain richer biological information (motif analysis in Section 6.7.1). Furthermore, our
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custom mutation operator that promotes locality proved beneficial compared to GGGP’s default
tree-based mutation (Section 6.6.2).

Finally, we demonstrated the impact of both the grammar and the model on the quality
of the generated datasets. Our results indicated that a simpler, less constrained grammar
more effectively covered the model’s prediction landscape (Section 6.8). Regarding the model,
SpliceAl-generated datasets exhibited higher quality than those generated by Pangolin, implying
that SpliceAl is more sensitive to perturbations and that a greater number of sequence positions
contribute to its predictions, which is not necessarily advantageous for its interpretability
(Section 6.9).
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Chapter 7

DRESS: a flexible framework for splicing
interrogations guided by deep learning
models

In this chapter, we build upon the concepts introduced in Chapter Chapter 6 by presenting
a software called Deep learning based Resource for Exploring Splicing Signatures (DRESS),
designed with a user-friendly client interface. While not introducing new scientific findings, this
short chapter demonstrates a practical application of grammars for computational biologists
interested in RNA splicing research. As DRESS is actively under development, we also highlight
features planned for future releases (Figure 7.1).

The main goal of this software is to provide a flexible framework for RNA splicing research
guided by performant deep learning models. Its strength lies in the embedded domain knowledge.
To illustrate its capabilities, we explore use cases involving exon 18 of the M YOM1 gene, whose
alternative splicing is critical for cardiac development [266, 267].

7.1 Dataset Generation

generate is the main command of this framework. It reads an input sequence and generates
synthetic sequences by performing data augmentations based on genetic algorithms and a deep
learning oracle. The augmentations are controlled via grammars, which encode constraints on
the sequence space. An overview of the main algorithm steps is presented in Algorithm 1.

The primary goal of the genetic search is to evolve sets of perturbations that span
the prediction landscape of the deep learning model. The command is built on top of
GeneticEngine [39], a framework for Genetic Programming in Python.
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Figure 7.1: Schematic of DRESS framework.

Algorithm 1: Genetic Programming Algorithm for Synthetic Sequence Generation

Input: Original sequence S, Perturbation grammar G, Fitness function F', Deep learning oracle O,

Fitness Threshold T, Stopping criteria C, Number of archive bins b, Max sequences per bin m,
Elitism rate e, Novelty rate n, Selection rate s

Output: Semantically rich dataset D

Initialize population P with N random individuals based on S and Gj;

Initialize archive A with b bins, each with capacity m;

Start timer;

P, A + EvaluatePopulationAndUpdateArchive(P, O, A, F, T¥);

while stopping criteria C not met do

Elitism: Select top e X N individuals based on fitness to carry over unchanged;

Novelty: Generate n X N new individuals based on S and G

Selection: Perform selection on s X N individuals, apply crossover and mutation operators based

on G and their specific rates;
Update population P with new individuals;
P, A + EvaluatePopulationAndUpdateArchive(P, O, A, F, Ty);

end
Return archive A as dataset D;

Function EvaluatePopulationAndUpdateArchive(P, O, A, F', Ty):
Correct population P to ensure all individuals are valid based on G

Convert P phenotypes into sequences
Run oracle O in parallel on all sequences in P to get predictions y
foreach individual i € P do
| Calculate fitness F; based on y; and archive A, considering current bin capacities
foreach individual i € P do
if F; > Ty then
L Add i to archive A

return P, A
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7.1.1 Input preprocessing

The software simplifies the entire preprocessing of the input. It only requires the input exon(s) in
BED or tabular format, and automatically extracts genomic intervals such as surrounding exons
and splice site locations from an internal cache built from a GENCODE GTF. If transcript
IDs are provided, the extracted full input sequence will be transcript-specific, enabling the
study of even non-coding transcripts (e.g., NMD transcripts). By default, DRESS uses the
highest-ranked transcript that contains the input exon(s) (based on transcript flags such as
MANE or CCDS). DRESS can handle sequences of variable size without losing domain-specific
information. During inference, predictions for the target exon, which may be located at variable

positions across the sequences, are properly managed.

7.1.2 Evolutionary algorithm

In Algorithm 1 we described a high level overview of the genetic algorithm. Each step in the
process offers customizable options common to genetic algorithms, such as setting population
size, defining stopping criteria (e.g., number of oracle inferences, generations, elapsed time,
archive size), and choosing the selection method (e.g., Tournament, Lexicase).

Users can also adjust various hyperparameters related to the evolution of the population, such
as the weight given to elitism, novelty, and selection. These ratios can be dynamically adjusted.
For example, to initially explore the search space of possible perturbations and then exploit the
best solutions later on, the novelty/selection ratio can be set to decrease over generations. For
a purely random search over the perturbation space, the novelty rate can be set to 1.0.

DRESS also supports archive pruning, which simplifies individual genotypes by removing
irrelevant perturbations that do not affect the sequence score. Additionally, several logging
options are available to track the evolution of the population or archive, enabling downstream
analysis of how combinations of splicing perturbations evolved.

Lastly, the default fitness functions promote individuals such that the generated datasets
cover the full model prediction landscape (e.g, archives with high diversity). However, it can
be easily adapted with different fitness functions that guide the genetic algorithm into datasets
with desired PSI distributions.

7.1.3 Domain constraints are seamlessly integrated

The main advantage of the software is its ability to handle splicing-specific constraints. It would
be impractical to implement them in any other general-purpose genetic algorithm framework.
The domain knowledge is encoded through the definition of grammars with Meta-Handlers,
that restrict the search space to domain-meaningful values. DRESS has native support for
two grammars, the random perturbation grammar and the PWM grammar, introduced in the
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previous chapter. Defining custom grammars is straightforward, as they are implemented as
Python classes and Meta-Handlers are type refinements defined as Python Type annotations
(e.g., an integer between 5 and 10).

By default, DRESS avoids perturbing positions near splice sites to prevent drastic outcomes
when perturbing those regions. However, users can control these ranges via additional input
arguments. Furthermore, domain-informative tags can be provided to restrict the search space
further. For instance, to play with splicing without interfering with the cassette exon, one can
run the software with ——untouched_regions cassette_exon.

Let us explore these features in more detail. We use as input sequence the exon 18 of
the MYOM]1 gene, which is predicted by Pangolin with an inclusion level of 0.3263 in heart
tissue (average of the acceptor and donor positions). The donor site is predicted with low
usage, 0.1007. We will then study the impact of unperturbed splice donor motifs on the
splicing of a shuffled version of this sequence. To do this, we shuffle the input sequence of
exon 18, along with its surrounding introns and exons, using the --shuffle_input option. The
splice site regions will remain unchanged, controlled by the -—acceptor_untouched_range and
—--donor_untouched_range options.

While testing varying ranges of unperturbed splice donors, we will keep the acceptor site fixed
and unshuffled. This approach will help us determine how much of the real sequence context at
the splice site borders is needed to activate splice donor site usage. Below is an example of the

command used:

# We keep the acceptor motif fixed and unshuffled (last 10 nt of the intron
# and first 2 nt of the exon) while varying the unperturbed donor motif
# (X nt upstream and Y nt downstream of the donor site)
dress generate --model pangolin \
--pangolin_tissue heart \
--model_scoring_metric donor \
--stopping_criterium n_generations \
--stop_at_value O \ # No evolution is needed
—--shuffle_input shuffle \
--acceptor_untouched_range -10 2 \
-—donor_untouched_range X Y

myoml_exonl8.tsv

The results show some interesting patterns (Figure 7.2). As a control, we observed that
when shuffling all the input, including the splice donor dinucleotide (0 and 1 on the x-axis), the
model predicts that the position is not a donor, regardless of how many exonic positions are left
unshuffled. As expected, when we increase the number of nucleotides left unshuffled, the splice

donor usage increases as the model recognizes a genuine donor region.
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Figure 7.2: Splice donor usage predicted in heart tissue by Pangolin across shuffled MYOM1 sequences with
varying ranges of unperturbed donor motifs. Each boxplot represents the distribution of predictions across 10
shuffles. The x-axis values indicate the number of intronic positions (starting at the donor site) that remained
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Figure 7.3: Feature attribution analysis for the splice donor position in the wildtype (real) sequence and
in shuffled sequences with varying ranges of unperturbed donor motifs. DeepLIFTShap was used (from https:
//github.com/jmschrei/tangermeme/) to compute attributions using 20 reference samples. Each subplot title
contains information about the unperturbed donor ranges as well as the Pangolin prediction. The black dashed
line represents the exon/intron boundary, and the brown lines represent the unshuffled sequence stretches.
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However, it is interesting to note that with 5 intronic positions left unperturbed, the model
predicts higher donor usage compared to the wildtype sequence, even though the remaining
genomic context is shuffled (Figure 7.2). Feature attribution analysis reveals higher attribution
values (difference to reference samples) at the donor region for sequences with larger prediction
scores (Figure 7.3). Because the splice donor motif remains unchanged, these results suggest
that regions of the shuffled sequence contribute not only to higher Pangolin predictions but also
to providing the proper context for the donor region to have larger attribution scores. The
shuffling likely disrupts silencing elements that normally constrain donor usage to low levels in
the real sequence. The alternative explanation - that shuffling created enhancing motifs - is less
likely, as the higher scores were consistently observed across multiple shuffles (Figure 7.2).

We now perform another simple experiment by performing several evolutions restricting
the regions of the exon triplet that can be perturbed (--untouched_regions option). In
particular, we will search on each region individually to assess which regions are more informative
to navigate through the PSI landscape of the cassette exon. Experiments are performed in two
different tissues, tissue and brain. An example of the command used to search just in the cassette

exon, avoiding perturbations in the flanking regions, is shown below:

# Example command restricting the search space to the cassette exon
dress generate --model pangolin \
--pangolin_tissue heart \
--untouched_regions exon_upstream \
intron_upstream \
intron_downstream \
exon_downstream \
--stopping_criterium archive_size time \
--stop_at_value 5000 5 \ # Stops when any condition is met

myoml_exonl8.tsv

We observed varying levels of dataset quality depending on the region perturbed (Figure 7.4).
Unsurprisingly, the cassette exon, which is relatively long with 288 bp, is the most sensitive
region to variations in splice site usage, with datasets fully covering the model prediction space.
Since splice site regions are not perturbed by default, these results suggest that dress effectively
explores the exonic regulatory sequences to enhance or suppress splicing.

The quality of the datasets dropped considerably for other regions, with the upstream
intron showing more importance than the downstream intron, likely due to the regulation of
the branchpoint signal. The upstream and downstream exons contribute poorly to the splicing
of the cassette exon. Interestingly, there appears to be some tissue specificity, as datasets are
generally of higher quality for the brain. This may indicate that the splicing of this exon is more
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Figure 7.4: Quality of the generated datasets (measured as in Equation (6.1)) by constraining the search
space to individual regions of the exon triplet across two tissues.

tightly regulated in heart tissue, which is consistent with the importance of MYOM1 exon 18 in

cardiac development.

7.1.4 Individual sequence explainability

Each individual, representing a list of perturbations on the original sequence within the
population, is encoded using a grammar. The design of this grammar can make the phenotype
highly expressive and informative. By embedding valuable information in the individual’s
phenotype, we enable direct assessment of certain components in the model’s prediction. This
includes the location of the perturbation, distances to splice sites, and introduced or removed
motifs.

For instance, consider the same MYOM]1 sequence we have been working with, with a
wildtype prediction of 0.32 in the heart tissue. We then generate synthetic sequences and,
after a few generations, examine the sequences that drive the prediction further from the
wildtype. Below, we present an illustrative command and examples of resulting sequences
both with the random perturbation grammar and the PWM grammar (using --which_grammar

motif_based):

dress generate --model pangolin \
--pangolin_tissue heart \
--stopping_criterium time \
--stop_at_value 2 \ # Let it run for 2 minutes
--max_diff_units 2 \ # Max number of perturbations per seq
--which_grammar random \

myoml_exonl8.tsv
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Table 7.1: Examples of phenotypes for synthetic sequences generated with two different grammars.

Grammar Phenotype Prediction

Random Insertion[5016,TGCA,Exon_cassette,16] | 0.7095
Deletion[5256,5260,Exon_cassette,31]

Random SNV [4989,A,Intron_upstream,11] | 0.0307
Insertion[5137,AT,Exon_cassette,137]

PWM-based MotifInsertion[5281,TRA2A,8,Exon_cassette,6] | 0.6415
MotifInsertion[7690,SFPQ,9,Exon_downstream,2403]

PWM-based MotifInsertion[4976,RBM5,7,Intron_upstream,24] | 0.0177
MotifDeletion[5051,SF1,7,Exon_cassette,51]

As Table 7.1 shows, the phenotype of individual sequences is intrinsically interpretable. For
example, with the random perturbation grammar, two perturbations in the cassette exon - one
insertion and one deletion at 16 and 31 bp away from the splice acceptor - drive the Pangolin
prediction up to 0.7095. In another example, using the PWM-based grammar, a TRA2A motif
insertion of length 8 at the cassette exon, 6 bp upstream of the splice donor, along with the
insertion of a SFPQ motif of 9 bp at the exon downstream, enhances exon inclusion to 0.6415.
The expressive power of individual phenotypes allows for straightforward exploration of ‘what-if’
scenarios at the sequence level, providing valuable counterfactuals to study the model’s behavior.

7.2 Dataset filtering

The filter module is useful for filtering datasets created with the generate command. It
allows users to filter sequences based on their predicted PSI or splice site probability values, or
on specified tags. By default, the dataset generation process aims to cover the entire prediction
landscape. However, using this module the user can create subsets of data with desired splicing
outcomes.

For example, if we want to train a decision tree to classify sequences with varying PSI levels -
let’s say a delta PSI change of 0.5 relative to the reference - we would filter our M YOM1-exon18
synthetic dataset into two classes: sequences predicted at wildtype values (=0.32) and those
predicted at ~0.82. This can be achieved by running the following commands, where the
--allowed_variability option controls the deviation from the target value allowed:

dress filter --dataset myoml_dataset.csv.gz \
--target_dpsi 0 \
—--allowed_variability 0.05 \
--outbasename wt_seqs

112



Chapter 7 7.3. Planned features

dress filter --dataset myoml_dataset.csv.gz \
--target_dpsi 0.5 \
--allowed_variability 0.05 \

--outbasename dpsiO.5_seqgs

Alternatively, if we want to extract all sequences with increased inclusion levels compared
to the wildtype sequence by a given difference, we would run the following command:

dress filter --dataset myoml_dataset.csv.gz \
--tag higher \
--delta_score 0.4 \

--outbasename high_psi

This command would output a dataset with sequences predicted to have PSI levels higher
than 0.72. These are just two examples, but the module allows for additional combinations of
filtering criteria, based both on the model’s predictions and on specific tags.

7.3 Planned features

We are developing another module to evaluate the generated datasets at various levels. This
module will include examining sequence motifs using classical motif analysis tools (e.g., FIMO)
and attribution methods such as DeepLIFTShap. Additionally, it will provide insights by parsing
and aggregating the phenotypes across the dataset, which can be used to highlight enriched
perturbed regions of the sequence across the prediction landscape. This will aid in debugging
and explaining the black box model. This module is not yet available, but we are actively
working on it.

Another planned feature is the addition of the vcf module,which will enable users to score
variants in VCF format. This feature will extend the scoring capabilities of SpliceAl or Pangolin
standalone packages by integrating transcript-specific predictions, considering hypothetical
transcript isoform switches (based on contrasting splice site usage/probability due to the
variant), and allowing the testing of multiple variants simultaneously. This last property will be
particularly useful when, for instance, a patient has multiple variants in the same gene in close

proximity and the user wants to understand the combined effect of these variants on splicing.

7.4 Final remarks

We developed a software to study RNA splicing by treating a deep learning model as an oracle
for experimental validation. Currently, DRESS supports SpliceAl and Pangolin, two of the
most widely used splicing sequence-based models. By providing a simple client interface, we aim
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for this software to be a valuable tool for splicing research. The insights it provides may help
generate new hypotheses and design lab experiments for further validation.

However, it is important to note that running the main command, generate, is impractical
in environments without GPU availability. Due to its reliance on model inferences during
population evaluation, running it on a CPU would result in significantly slower execution.

DRESS is available at https://github.com/PedroBarbosa/dress, and we are working
towards providing comprehensive documentation, tutorials, and additional use cases similar

to those provided here.

114


https://github.com/PedroBarbosa/dress

Chapter 8

Discussion and conclusion

While each chapter includes its own discussion, this final chapter integrates the overall findings of
this work into a broader context, particularly considering the unprecedented pace at which deep
learning technologies are evolving. We also take an honest, critical view of possible limitations

of our work with room for improvement.

8.1 Variant effect prediction is not a solved task

Variant effect prediction is a critical task in genomics, serving as a fundamental step in
interpreting the molecular mechanisms underlying genetic diseases and traits. Improved
mapping of genotype-phenotype relationships enhances our understanding of the basis of life
and brings us closer to the promising, yet still distant, goal of personalized medicine.

Our research demonstrates that deep learning models can effectively predict the impact
of genetic variants on splicing (Chapter 4). Importantly, this performance holds for variants
disrupting splicing through diverse molecular mechanisms, highlighting the generalization
capabilities of sequence-based models in predicting splice sites. These models capture high-level
representations of the sequence determinants influencing splice site recognition. However, certain
aspects deserve further discussion.

We found relatively lower performance for exonic-like variants that likely affect splicing
regulatory elements (Figure 4.5). This may be attributed to the functional role of these elements
being context-dependent, a factor not explicitly considered in the tested models. Additionally,
other sources of information may have obscured the signal. For instance, the original SpliceAl
publication demonstrated that the model implicitly learned the positioning of nucleosomes
(fundamental units of chromatin) and used this information as a determinant for exon definition,
with regions of higher nucleosome occupancy correlating with higher SpliceAl scores.

For this class of variants, models specifically designed to predict RBP binding, such as those
proposed by Avsec et al. [268] and Ghanbari and Ohler [269], could be considered. However,
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these models are framed as binary classification tasks, predicting whether a given sequence is
bound or unbound by a specific RBP, thus losing spatial resolution on the exact binding site.
Recently, RBPNet was introduced, predicting experimental CLIP-seq signal at single-nucleotide
resolution, thereby overcoming the limitations of classification-based methods [270]. Notably,
RBPNet predictions were sensitive to splicing-associated variants near splice sites. Applying
RBPNet to our set of deep intronic variants within activated pseudoexons could be a valuable
future experiment.

The choice of benchmarking datasets is another important aspect to discuss. We employed
a conventional, time-consuming approach by manually curating deep intronic experimentally
validated disease-causing variants from the literature (Figure A.2). Additionally, we aggregated
and harmonized splicing-altering variants from multiple recent curation efforts, some parallel
to ours (Table 4.2). While valuable, this approach cannot scale genome wide and falls short
on the generation of negatives. Researchers tend to prioritize, test, and publish variants with
observed effects (positives), resulting in a scarcity of negative experimentally-validated data. To
address this, an orthogonal source of truth, such as large-scale saturated screens, are emerging
alternatives [271]. Massively parallel splicing assays (MPSAa) target all SNVs in and around
selected exons, simultaneously phenotyping cells carrying hundreds or thousands of genetic
variants of single genes. These assays can even create combinatorial libraries to assess the
effect of multiple variants simultaneously [258] - something not considered in our benchmarks.
Although these datasets are still scarce for splicing studies [238, 272-274], their availability
is expected to increase. As they become more prevalent, they will provide a highly valuable

resource for model benchmarking.

8.2 Moving beyond SpliceAl

We addressed model interpretability from various angles. In Chapter 5, we approached
model interpretability by focusing on SpliceAl, arguably the most widely used model for
splicing-associated analysis, by doing model ablations of RBP motifs. Our findings revealed
that SpliceAl indeed uses RBP motifs as predictive features, but caution is necessary
when extrapolating these results to broader biological contexts. In particular, additional
experiments could probe the specificity of the results, such as ensuring that our RBP-specific
knockdown-sensitive sequences are indeed more influenced by the target RBP motifs than by
motifs of other RBPs, or even random perturbations.

With the analysis in Chapter 6, we demonstrated that combinations of random perturbations
could effectively span the prediction space of the model. It remains unclear whether this
prediction coverage is strictly due to sequence motifs or if it involves other layers of splicing
regulation implicitly learned by the model, such as RNA structure or splicing kinetics. SpliceAI’s

lack of explicit training on quantitative cell measurements (e.g., PSI, splicing efficiency)
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complicates its use for understanding RBP logic in splicing regulation. When using Pangolin as
an oracle - which predicts splice site usage and was trained with RNA-Seq data - we observed
more challenges in navigating the prediction space (Figure 6.14). This observation suggests that
Pangolin might provide a more realistic landscape of splice site usage in vivo.

A recent modular architecture was proposed to enhance splicing prediction with a focus
on interpretability by explicitly modeling the binding locations of RBPs through an Adjusted
Motif component [275]. This component was trained using position-specific affinity matrices
derived from RNA Bind-N-Seq (RBNS) data for 79 RBPs, an in vitro assay that characterizes
RBP-RNA interactions. The model enforces sparsity to limit the fraction of sequence positions
bound by an RBP, focusing only on the positions with the highest affinity. While this approach
aims to provide interpretability by identifying which RBPs contribute to the model’s splicing
predictions, its overall performance was considerably lower compared to SpliceAl. Moreover, the
use of hard constraints that force the model to rely solely on previously known motifs restricts
its ability to discover new motifs and uncover novel splicing regulators.

8.3 Grammars express the language of the problem domain

We posit that Genetic Programming constrained by grammars can be a powerful alternative
for explainable AI. Our research demonstrates that GGGP can efficiently guide the search for
semantically-rich synthetic datasets (Chapter 6). Interestingly, the quality of the search heavily
depends on the grammar used, with a less constrained grammar employing random perturbations
outperforming a more fine-grained, motif-based grammar (Figure 6.13). Regardless, assuming
the model serves as an accurate oracle for the problem, these grammar-guided synthetic datasets
can be leveraged to extract valuable biological insights.

The intrinsic interpretability encoded in each population individual’s phenotype, defined by
the grammar’s production rules, enables immediate ‘what-if’ counterfactuals of model responses
at the individual sequence level. This approach bridges the gap between the model and domain
experts, contrasting with current attribution methods. While these methods highlight important
nucleotides, they require additional analysis to map these low-level features into higher-level
concepts like motifs. To facilitate model interrogations, we have developed a flexible software
package that abstracts many technical details, empowering users to interact with the model in
a domain-appropriate manner (Chapter 7).

A natural next step, which we did not explore due to time constraints, is generating
explanations from the synthetic local dataset. This would involve designing a grammar that
encodes domain-specific building blocks or concepts, guiding the evolutionary search toward the
most discriminative features within the grammar’s conceptual framework. For example, the
grammar could incorporate production rules representing splicing regulation mechanisms such
as motif presence, spacing, or splice site competition. The search would then explore optimal
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configurations of these concepts to explain the model’s predictions.

Furthermore, we could enhance the grammar’s expressiveness by integrating additional
constraints that align with human understanding. For instance, specific production rules could
cross-reference a motif’s location with existing peak data from eCLIP experiments, providing
empirical validation for binding site predictions [276]. Similarly, we could flag evolutionarily
conserved regions within the sequence [277], suggesting functional importance based on selective
pressure - a principle well-established in biology.

In this framework, each individual in the population serves dual roles: as a local surrogate
of the oracle (e.g., predicting splice site probability for a cassette exon) and as an intrinsically
interpretable entity. The tree-based structure of GP, combined with the domain-aligned concepts
encoded in the grammar, renders the model’s phenotype an explanation in itself. This approach
connects the latent space of the deep learning oracle with the mechanistic reasoning that
biologists seek. By presenting explanations in terms of biological constructs, greater trust in
these models can be established [278].

8.4 The rise of Large Language Models of DNA

Large Language Models (LLMs) have demonstrated remarkable capabilities in several NLP [2,
279] and protein tasks [280, 281]. Their applications in genomics have followed [282-285],
offering a promising new paradigm to decode functionality from DNA/RNA sequences,
particularly in non-coding regions of the genome, which are often sparsely covered by short
sequence motifs in seemingly random DNA. Unlike traditional sequence-based CNNs, these
models are trained through self-supervised learning to encode vast amounts of unlabeled
sequences (from human genomes or across different species) into rich contextual embeddings.
Such embeddings capture information about each token (which can be a single nucleotide [283]
or k-mers of fixed [282] or variable size [285]) and their relationships within the sequence.
Consequently, these embeddings can be leveraged for predictive downstream tasks, such as
splice site prediction [282, 283].

Base architectures include BERT-based models like DNABERT [286] and Nucleotide
Transformer [282], which scale poorly with sequence length, despite self attention alternatives like
flash attention applied in DNABERT-2 [285]. Convolutional-based alternatives like GPN [287],
HyenaDNA [283], and Evo [288] have been developed, with the latter two utilizing implicit
convolutions via Hyena operators [289] to achieve single nucleotide resolution tokenization and
efficient scaling of sequence size. The release of these models brings both exciting opportunities
and significant challenges, which are discussed next.

As more human genomes representing diverse population ancestries become available, and
as more species are sequenced, it is expected that pre-training will incorporate unprecedented
diversity. = This could lead to the development of genome-wide biologically meaningful
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representations that the pre-training burden will handle. These representations can then be
utilized for any downstream task, assuming sufficient task-specific data is available. However,
a recent study has shown that providing pre-trained embeddings (not fine-tuned) as input for
baseline CNNs in several functional genomics tasks provided no advantage over standard one-hot
encoded sequences [290]. This suggests that cell-type specific cis-regulatory mechanisms needed
for a task must be learned during fine-tuning, and the costly pre-training provides no real benefit.
While fine-tuning (adjusting the weights of the LLM) is expected to improve performance in
downstream tasks, fine-tuning billion-parameter models requires large computational resources
that may not be affordable to academic labs. Additionally, interpreting such models becomes
even more challenging.

Recent applications of these models to splicing prediction tasks have been explored. For
instance, SpliceBERT [291] was pre-trained with RNA sequences of 72 vertebrates and, as
the name suggests, its architecture and modeling objectives are based on BERT. The model
showed moderate performance on zero-shot variant effect prediction, but benchmarks were not
performed against state-of-the-art supervised models like SpliceAl. Other foundational RNA
models predicting RNA-Seq coverage [292, 293] have been benchmarked for splicing prediction
tasks; however, the lack of single-nucleotide resolution outputs makes it harder to measure
variant effects or predict splicing PSI. A new model, SegmentNT [294], builds on top of
Nucleotide Transformer and proposes a segmentation model (a 1D U-Net architecture [295])
that predicts DNA sequences up to 30kb long to predict 14 different classes of genomic
elements, including splice site and exon probabilities, at single-nucleotide resolution. SegmentNT
performed on par with SpliceAl in predicting splice sites, but it extends SpliceAl by also
predicting full exon and intron probabilities, allowing for direct assessment of potential transcript
isoform switching due to variants directly from the sequence, which we would be very interested
to test. However, like SpliceAl, these predictions are cell type agnostic, making it still not
possible to study cis-regulatory tissue-specific splicing mechanisms.

8.5 Conclusion

We have presented a series of studies exploring the application of sequence-based deep
learning models in RNA splicing research. We argue that a model capturing cell type-specific
splicing regulation mechanisms is essential for advancing past the prediction of constitutive vs.
alternative splicing. With cell-type specific data that extends beyond the heavily used GTEx
and ENCODE datasets, the rise of population-scale trained foundational models, additional
modalities capturing RBP-RNA interactions, and further maturation of interpretability
frameworks (including ours), we envision that in the not-too-distant future, we will have models
that truly capture the cis-regulatory code of RNA splicing.

Importantly, with the rise of genomics LLMs, establishing more independent benchmarks
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becomes critical. It appears that two waves of approaches are competing for state-of-the-art
genomics modeling now. On one hand, large companies with substantial resources are training
billion-parameter models on vast amounts of data and using this knowledge for practical
downstream applications. On the other hand, foundational models trained on shorter sequence
regions targeted at specific tasks (e.g., 3'UTRs [296]) or standard supervised CNNs [297, 298]
still appear today as essential tools for modeling functional genomics data and interpreting its
cis-regulatory code. The future holds exciting possibilities, and we look forward to seeing how
these research developments will shape biological research in the coming years.
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Appendix A

Predicting intronic variants affecting the
splicing mechanism

A.1 Data collection

We employed the same variant annotation procedure for all the variants collected for
this study (datasets described below). = We used Ensembl VEP v109 [188] for the
task and transcript annotations were added accordingly (with --per_gene --pick_order

ccds,canonical,biotype, rank --no_intergenic --gencode_basic set).

ClinVar

We downloaded ClinVar v202204 and selected all the SNV for downstream analysis. We kept
variants with Pathogenic and Benign assignments (CLNSIG == Pathogenic or Likely pathogenic
or Benign or Likely benign). We identified intronic variants based on Ensembl VEP
annotations: only variants with at least one intronic consequence (INTRON == 1) in a
protein-coding transcript (BIOTYPE = protein_coding) were retained.  Additionally, we
excluded variants with exonic annotations in any other gene (EXON # 1). To avoid being
overly conservative, we added variants that Ensembl VEP annotated as being outside
the gene body for the picked consequence (Consequence == TF_ binding site_variant or
downstream__gene_ variant or upstream_ gene_ variant or regulatory_region_ variant), but that
are annotated with intronic ontology terms in the MC field in the original VCF. To minimize
labeling errors, we excluded variants with less than one confidence star. To ensure that
the number of benign variants did not exceed 50,000 (and therefore avoid the dataset being
excessively unbalanced), we selected all higher-confidence benign variants (with two or more
stars, N=13,093) along with 36,907 randomly chosen one-star variants. Finally, we retrieved the
RefSeq transcript ID associated with each variant and selected only those that were intronic in
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such reference transcript. The dataset size for raw evaluations amounted to 18,446 pathogenic
and 49,343 benign variants.

Disease-causing intronic variants affecting RN A splicing

This dataset refers to a high-quality variant set that we carefully curated to comply with the
following criteria:

e Variant must locate at more than 10bp from the nearest splice site.

e Variant was experimentally proven to affect normal RNA splicing.

e Variant does not necessarily lead to pseudoexon activation.

The previous curation effort from our lab [59] was updated for this manuscript to
include a comprehensive set of intronic variants identified after 2017. Therefore, the positive
(disease-causing) set of variants used in this benchmark totals 242 (81 Vaz-Drago et al. [59] and
161 from the new curation effort).

We used gnomAD v2.1 to generate a matched control set. First, we extracted all gnomAD
variants occurring in a window of 500bp surrounding the variants in the positive set and selected
common records with a frequency higher 0.01 (1%) in the population, resulting in 1128 variants.
Then, we ran Ensembl VEP as previously described and retained the intronic variants annotated
as occurring in one of the 148 unique genes of the positive set (N=1091). Moreover, we kept
variants absent in ClinVar having the VCF filter field as PASS (N=>546). Finally, we randomly
sampled 242 from this set.

Variants that affect RNA splicing

The third main dataset refers to variants that affect different mechanisms of splicing regulation,
which may or may not lead to disease. We defined different molecular categories based on the
location of the variant relative to the abnormal splicing event. We focused on deep intronic
variants that lead to partial intron retention or pseudoexon activation. In cases where a variant
leads to both pseudoexon activation and partial intron retention, we have assigned it to the
pseudoexon activation group. Exceptionally, we included variants that affect the branchpoint
motif (thus, closer to annotated splice acceptors) that include other types of splicing alterations
such as exon skipping. We defined each category as follows:

o Branchpoint associated, for those variants occurring between -18 and 44bp upstream (as
used in [151]) of an annotated or cryptic splicing acceptor site, and that create or disrupt
any of the following adenine-branchpoint consensus motifs: YTNAY, YTNA, TNA, YNA
[131].

o Acceptor Upstream, referring to any variant that locates between -2 and -18bp upstream
of the cryptic splice acceptor (including the polypyrimidine tract).
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e New Splice Acceptor, denoting the variants that occur at the cryptic splice acceptor
positions, including the first nucleotide of the cryptic exon.

o Exonic-like, for any variant occurring within the cryptic exon (pseudoexon or partially
retained intron).

e New Splice Donor, composed of variants located at the cryptic splice donor positions,
including the last position of the cryptic exon.

e Donor Downstream, referring to any deep intronic variant that locates at a distance of

more than 2bp from the activated cryptic splice donor.

We used data produced or gathered from multiple studies to assign variants to each
category (Table 4.2). While splicing-altering variants were straightforward to assign (based
on source data, the functional consequence, and distances to the splicing element considered),
we distributed the non-altering variants such that they resembled as best as possible the spatial
distribution of the positive sets. Hence, we assigned the negative variants taking into account
two levels of information: the primary group (partial intron retention, pseudoexon activation)

and the region category.

To keep in line with the expected biology, we assigned the variants that were within a defined
distance to a splice site to the partial intron retention group and deeper intronic variants to
the pseudoexon group. We used different distance thresholds for splice acceptors and donors
(100bp and 20bp, respectively) so that the datasets were reasonably balanced. As for the region
category, we defined negative variants occurring between 18 and 44bp upstream of an annotated
splicing acceptor as branchpoint-associated variants. We assigned as acceptor-upstream or
donor-downstream the remaining intronic variants according to whether they were located
upstream or downstream of the nearest annotated splice site. Because pseudoexons tend to
resemble authentic exons [193], we exceptionally assigned exonic variants that did not change
inclusion levels of tested exons [194] as controls for the Exonic-like category.

Lastly, we generated control datasets for the new splice site categories. Splice site variants
(located at one of the dinucleotide positions) that were experimentally tested to not affect
splicing are not easily accessible. Therefore, to mimic the positive set, we looked for common
deep intronic SNV (> 5% in gnomAD v2.1) in protein-coding transcripts that generate the
most common 5-mer acceptor motif CAGGT in the human genome [58] through a mutation
in the core splice site dinucleotide. We randomly selected 64 variants to match the number of
positive new splice acceptor variants exactly. We employed the same procedure for the new
splice donor variants, where we kept the variants that generate the most common 6-mer donor
motif GGTAAG in the human genome [58] at the GT position. Finally, we selected 197 variants
at random to match the number of positive new splice donor variants. We confirmed using
Snaptron [299] that in GTEx data, there is no evidence that a splice junction is used at the

variant intervals.
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A.2 Prediction tools

We selected an extensive list of prediction tools for evaluation. The single criterion for the
inclusion of a tool was that it had to be designed to predict (at least partially) intronic variation.
When available, we used pre-computed scores to annotate our variant sets (from dbNSFP v4.0b1l
[300], UCSC genome browser [301], Zenodo or tool website). Otherwise, we ran the models
directly following the developer’s instructions. For a subset of splicing-related tools (MMSplice,
HAL, kipoiSplice4), we employed kipoi v0.8.6 [82] to get predictions. We additionally included
splicing-related tools that predict specific splicing signals (e.g., BP) and are not necessarily
targeted to predict pathogenicity. Because most of these tools do not score variants by design,
and some require using a web-based portal, we developed a simple utility to prepare their input
given a VCF file. Moreover, we created a script for each tool to process the raw output into
a final prediction score to be included in a VCF file. The package is available at https://
github.com/PedroBarbosa/Prepare_SplicingPredictors. We annotated the final VCF files
with all the predictions using vefanno v0.3.3 [302]. We describe all the tools, their reference
thresholds and how we ran them in Table 4.1.

A.3 Performance evaluation

We used VETA v0.7.8 [36] to perform all the performance evaluations. In this study, we
employed different metrics according to the nature of the dataset and the goal of the analysis.
For ClinVar data, we ranked variants based on the Fl-score, given the unbalanced nature of
the data (much more deep intronic benign variants than pathogenic). Because some tools do

not score deep in the introns (missing data), we weighted the Fl-score with the prediction

2. (Precision-Recall) Scored__variants
(Precision+ Recall) Total__variants *

datasets, we ranked tools using a slight variation of the Matthews Correlation Coefficient (MCC)

(]\[CC — TPTN—-FP-FN )
"~ V/(TP+FP)(TP+FN)(TN+FP)(TN+FN)

1 (normalizedMCC = %) We weighted the normalized MCC values with the prediction

coverage (weighted_normalized_ MCC = Coverage - normalized MCC'). Additionally, we

For balanced

coverage: Coverage - ( ) where Coverage =

that normalizes the metric range between 0 and

employed ROC and Precision-Recall Curves (PR Curves) for the comparisons that measure
performance at multiple threshold values. To summarize such analyses, we used the auROC

and the auPRC metrics, respectively.

A.4 Further inspection of deep intronic variants in ClinVar

We selected ClinVar variants assigned to the “501-1000” and “+1000” intronic bins and used
ensembl VEP to perform reannotation. We ran ensembl VEP using RefSeq annotations without

picking any consequence (--per_gene and --pick_order were not set), meaning that all
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transcript consequences associated with each variant were retained. We employed a filter to
only keep annotations of protein-coding transcripts. Then, we assigned each variant to one
of four categories, according to the overlap configuration of transcripts belonging to the gene
associated with the variant: if a variant is exonic in another overlapping transcript, we termed
it as “Exonic”; if a variant is located at a shorter distance from the splice site in any other
transcript, we assigned the category “> 1 transcript (smaller offset)”; if the distance to the
closest splice site remains the same for all transcripts overlapping the variant, we assigned the
variant to the “> 1 transcript (smaller offset)” category; lastly, if no other transcript overlapped
with the variant (besides the one used in the analysis), we set it to the “No other transcript”

category.

A.5 Assessing quality of interpretations for SPiP, SQURLS and
SpliceVault

For this task, we employed the dataset of pathogenic splicing variants used throughout
the study. It includes variants from our curation plus variants from Vaz-Drago et al. [59]
because the molecular mechanism for the splicing defect is known for almost all records
(Supplementary Table S3). For SPiP and SQUIRLS, we ran VETA in the interrogate mode
(with --labels Pathogenic set) to list the variants correctly predicted by each tool using
the threshold calibrated for non-canonical intronic variation (SPiP > 0.009 and SQUIRLS
> 0.016). We removed variants for which the ground truth information was not available
(e.g.,pseudoexon-activating variants that lack details of the location of the variant concerning
the cryptic event).

For SPiP, we parsed the output so that the interpretation tag, confidence interval and original
score were retrieved (3rd, 4th and 5th fields after splitting predictions by “|”). We assigned
variants with an “NTR” tag (low probability of affecting splicing, yet correctly predicted as
pathogenic according to the calibrated threshold) to the “No interpretation” category. Variants
not associated with any particular splicing mechanism (according to SPiP, the “Alter by complex
event” tag) were given the “Not informative” interpretation category. Then, for each of the
remaining SPiP tags we classified the interpretation as correct if they matched the ground truth
information:

o “Alter BP” for variants associated with the branchpoint signal, else incorrect.

o “Alter by create new Exon” for variants that trigger pseudoexon activation, else incorrect.

e “Alter by create New splice site” for variants that create a new splice site or activate

a nearby existing cryptic splice site, regardless of the variant leading to pseudoexon
activation or partial intron retention, else incorrect.

e “Alter ESR” for intronic variants occurring within the boundaries of a new pseudoexon,

155



else incorrect.

o “Alter by MES (Poly TC)” for polypyrimidine tract variants, else incorrect.

As for SQUIRLS, we ran the model for the subset of pathogenic variants correctly predicted
by the tool using “—output-format html” and “—n-variants-to-report 121”. Afterwards, we
manually inspected the HTML report generated to derive structured interpretations for each
variant: “Not informative” if the short description of the variant effect was not generated; “No
interpretation” if SQUIRLS did not produce any description or figure for the variant; “New
cryptic acceptor” and “New cryptic donor” if SQUIRLS described the creation of a new splice
site and the variant was located at one of the splice site positions (based on the Sequence trekker
figure) defined in this manuscript; “Activate cryptic acceptor” and “Activate cryptic donor” if
SQUIRLS described the creation of a cryptic splice site and the variant was located outside
of the splice site positions (based on the Sequence trekker figure). Because SQUIRLS does not
predict the exact molecular effect of a splicing variant, we ignored the predicted number of bases
affecting the coding sequence as this was not applicable for pseudoexon-activating variants. After
manually inspecting the HTML report and generating structured interpretations, we classified
the interpretation as correct if it matched the ground truth information:

e “New splice acceptor” for variants that create a new splice donor, else incorrect.

e “New splice donor” for variants that create a new splice acceptor, else incorrect.

o “Activate cryptic acceptor” for variants located upstream of an existing cryptic splice

acceptor and not associated with the branchpoint signal, else incorrect.

o “Activate cryptic donor” for variants located downstream of an existing cryptic splice

donor, else incorrect.

Finally, for SpliceVault we did not run a model to get correctly predicted variants to further
inspect. Rather, SpliceVault is a web portal https://kidsneuro.shinyapps.io/splicevault/
(last accessed May 21st, 2023) to query non-canonical splicing patterns in large-scale
population-based RNA-sequencing data. Because it relies on querying rare mis-splicing events
with respect to annotated exons, we excluded all variants that trigger pseudoexon activation, as
SpliceVault can’t identify this class of events. As a result, 37 variants were left for evaluation.
For each variant, we used the associated gene, intron number and molecular effect to select the
correct exon and splice site to look for. We used the hg38 version (300k-RNA) and changed
the default SpliceVault settings so that the Top-10 events per query were shown. Moreover, we
allowed for all cryptic events to be reported, regardless of their distance to the target exon. We
assigned variants to the “No interpretation” tag if the cryptic splicing event was not observed
in SpliceVault Top-10 events. Then, we classified the interpretation as “Correct” if any of the
cryptic splicing triggered by the variant was observed within the Top-4 events. This threshold
was recommended by the authors of SpliceVault for clinical purposes. Conversely, if the event
appeared in lower ranks, we classified the interpretation as “Incorrect”.
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https://kidsneuro.shinyapps.io/splicevault/

A.6 Tissue-specific predictions by AbSplice-DNA

Throughout the manuscript, we selected the maximum AbSplice-DNA prediction for any tissue
to evaluate model performance. In contrast, for this analysis, we used all predictions so that
tissue specificity could be addressed. We used the same dataset as for the interpretability section.
We ran VETA in the interrogate mode (with --labels Pathogenic set) to list the variants
correctly predicted by AbSplice-DNA using the threshold adjusted for non-canonical intronic
variation (>0.004, in at least one tissue). Then, for each variant, we gathered information
about the tissues associated with the disease by searching the HPO [197] with the given OMIM
disease identifier. We strived to assign tissue names that matched the GTEx tissues used by
AbSplice-DNA. Disease-causing variants affecting tissues not represented in GTEx (e.g. retina)
were discarded. Additionally, variants causing systemic diseases (e.g. Marfan syndrome), or

diseases returning ambiguous HPO terms were excluded.
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Figure A.1: Intronic variant prediction in ClinVar. A - Performance of all tools considered for the study on
the raw ClinVar intronic dataset. Mean values in the legend represent the average weighted F1 score across all
intronic bins. B - Inspection of intronic variants (after addressing circularity problems) assigned to the “501-1000”
and “1000+” intronic bins. The bars reflect the number of variants assigned to each category. The term “No
other transcript” refers to all variants that do not have any other RefSeq protein coding transcript of the same
gene overlapping with them, besides the transcript originally used (N pathogenic=25, N benign=340). “> 1
transcript (same offset)” refers to variants that overlap with more than one transcript of the same gene but do
not have any other transcript where the variant is closer to the splice site than in the original transcript used in
the analysis (N pathogenic=31, N benign=>527). “> 1 transcript (smaller offset)” refers to variants that overlap
with more than one transcript of the same gene, and have at least one other transcript in which the variant is
closer to the splice site than in the original transcript used in the analysis (N pathogenic=20, N benign=254).
“Exonic” refers to variants that overlap with more than one transcript of the same gene, and have at least one
other transcript where the variant is exonic (N pathogenic=41, N benign=263). C - Distribution of the updated
intronic distances to the closest splice site for variants assigned to the “> 1 transcript (smaller offset)” category.
D - Tool performance (measured with weighted F1 score) for each individual category. Tools with performance
higher than 0.6 are highlighted.
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Figure A.3: Precision-Recall curves for all splicing-altering variants analyzed in a region-specific
manner. Tools are ranked by the auPRC metric and the number of predictions made by each tool is
displayed in n=. The number of variants in each dataset is presented (“N pos” and “N neg” represent the
number of positive and negative splicing variants, respectively). Tools with more than 50% of missing
predictions or with less than 15 variants in the minority class were excluded from these analyses. A -
Branchpoint associated variants. B - Acceptor-associated variants triggering pseudoexon inclusion. C
- Acceptor-associated variants leading to partial intron retention. D - Exonic-like variants triggering
pseudoexon inclusion. E - Exonic-like variants leading to partial intron retention. F - Variants creating
new splice donors and activate pseudoexons. G - Variants creating new splice donors and leading to
partial intron retention. H - Variants activating existing upstream cryptic splice donors and triggering
pseudoexon activation. I - Variants activating existing upstream cryptic splice donors and leading to
partial intron retention.
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Figure A.4: Performance comparison between all pseudoexon activation versus partial intron retention
variants. A - Distribution of the auPRC scores of the tools for each variant region. B - Per-tool auPRC
distribution across the four variant regions considered. A Fisher’s exact test was conducted separately for each
tool and variant region to determine statistical significance for the performance differences between the pseudoexon
activation and partial intron retention groups. The true positives plus true negatives were considered successful
outcomes, while false positives plus false negatives were considered failures. The p-values displayed in the figure
were corrected for multiple comparisons using the Holm method. For each tool, we excluded the variant regions

that did not have performance measurements in both groups.
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Figure A.5: Tissue-specific predictions made by AbSplice-DNA for a set of disease-causing variants
associated with aberrant splicing. A - Disease variants associated with multiple GTEx tissues that

displayed variable scores across tissues. B - Disease variants with no tissue-specificity. All tissues got

the same AbSplice-DNA score. Disease variants associated with one or more GTEx tissues are displayed

in a single heatmap annotation.



Table A.1l: Adjusted thresholds that maximize performance for non-canonical intronic splicing variants at

different levels of importance given to precision and recall based on the Ff score, as described in Section 4.3.1.

Tool Original threshold Adjusted: $=0.5 Adjusted: =1" Adjusted: 8=1.5
CADD-Splice 15 8.054 2.765 1.846
SQUIRLS 0.074 0.016 0.016 0.006
SpliceAl 0.2 0.1 0.05 0.04
TraP 0.289 0.211 0.062 0.0
ConSpliceML 0.5 0.19 0.07 0.03
CI-SpliceAl 0.19 0.08 0.02 0.02
Pangolin 0.2 0.158 0.053 0.053
SPiP 0.452 0.009 0.009 0.009
PDIVAS 0.151 0.03 0.01 0.01
AbSplice-DNA 0.01 0.004 0.004 0.0

* Thresholds selected for downstream analysis that used a binary decision threshold.
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Interpreting SpliceAl
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Figure B.3: Distribution of length values for cassette exons in each paired dataset. The N= at each facet (a
single RBP paired dataset) indicates the total dataset size, including knockdown-sensitive and control exons.
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Figure B.4: Distribution of length values for upstream introns in each paired dataset. The N= at each facet

(a single RBP paired dataset) indicates the total dataset size, including knockdown-sensitive and control exons.
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Figure B.5: Distribution of length values for downstream introns in each paired dataset. The N= at each facet

(a single RBP paired dataset) indicates the total dataset size, including knockdown-sensitive and control exons.
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Figure B.6: Distribution of SpliceAl predictions for each exon group across 49 paired datasets. Each datapoint
represents a single exon, scored as the mean between the splice acceptor and donor positions. The N= at each
facet indicates the number of knockdown-sensitive exons. The full dataset size is twice that number.
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Figure B.T: Position-dependent enrichment of impactful perturbations in knockdown-sensitive vs
control sequences for all paired datasets. Positive (> 0.05) and negative (< -0.05) SpliceAl changes
were analyzed separately ((4) and (-) strings added to RBP names, respectively).  Distance to the
upstream/cassette/downstream exons was discretized into region bins of 50bp and the difference in the counts of
impactful perturbations between sequences of the knockdown-sensitive and control groups was calculated, for each
bin. Heatmap values indicate how much the differences in a particular region deviate from the mean of differences
of all regions, for each RBP (row-wise). A - Sequences with negative dPSI (more exon skipping)measured in the
RNA-Seq data. B - Sequences with positive dPSI (more exon inclusion) measured in the RNA-Seq data.
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Figure B.8: Tabular machine learning classification to predict exon groups. Like in the regression setting,
four different strategies were used to generate sequence-based features. Performance was assessed by computing
the mean accuracy of test sets from a stratified cross-validation procedure with 5 splits. Several models were
used: a Logistic Regression (with max_iter=100), a Decision Tree (with min_samples_leaf=3, max_depth=5), a
Random Forest (n_estimators=10), and two gkm-SVM models, one with a linear kernel (gkmtrain -t2), and
another employing the RDF nonlinear kernel (gkmtrain -t3). Analysis includes also a baseline Dummy classifier
set to always predict the most frequent class (although here the datasets are balanced). The N= at each row label

DT = Decision Tree
RF = Random Forest
LR = Logistic Regression

indicates the dataset size which includes the knockdown-sensitive and control sequences.
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Table B.1:

ENCODE knockdown identifiers used in the analysis.

RBP name Cell line KD experiment Ctrl experiment KD bams Ctrl bams

TARDBP HepG2 ENCSR527QNC ENCSR264TUE ENCFF958MML;ENCFF965UPD ENCFF958MML;ENCFF965UPD
CELF1 HepG2 ENCSR695XOD ENCSR042QTH ENCFF819ILY;ENCFF309FMB ENCFF819ILY;ENCFF309FMB
QKI HepG2 ENCSR330YOU ENCSR603TCV ENCFF709LHN;ENCFF613CGT ENCFF709LHN;ENCFF613CGT
RBM22 HepG2 ENCSR330KHN ENCSR997THCQ ENCFF293GBJ;ENCFF996GEV ENCFF293GBJ;ENCFF996GEV
SUGP2 HepG2 ENCSR837QDN ENCSR246RRQ ENCFF143QAT;ENCFF348XBK ENCFF143QAT;ENCFF348XBK
TRA2A HepG2 ENCSR030GZQ ENCSR491FOC ENCFFO055FJV;ENCFF566QZD ENCFFO055FJV;ENCFF566QZD
PRPF6 HepG2 ENCSR529QEZ ENCSR491FOC ENCFFO055FJV;ENCFF566QZD ENCFFO055FJV;ENCFF566QZD
DDX5 HepG2 ENCSR808FBR ENCSR776SXA ENCFF567LXN;ENCFF427USC ENCFF567LXN;ENCFF427USC
SRSF3 HepG2 ENCSR376FGR ENCSR264TUE ENCFF958MML;ENCFF965UPD ENCFF958MML;ENCFF965UPD
SRSF4 HepG2 ENCSR471INA ENCSR853A0V ENCFF299XOT;ENCFF957TMEX ENCFFO70YEL;ENCFF379EYH
RBM14 HepG2 ENCSR166MWM ENCSR521WAI ENCFF198HLU;ENCFF590DAN ENCFF198HLU;ENCFF590DAN
TIA1 HepG2 ENCSRO057GCF ENCSR603TCV ENCFF709LHN;ENCFF613CGT ENCFF709LHN;ENCFF613CGT
NONO HepG2 ENCSR647NYX ENCSR856ZRV ENCFF435FBM;ENCFF343WPT ENCFF435FBM;ENCFF343WPT
BUD13 HepG2 ENCSR382QKD ENCSR067GHD ENCFF032IND;ENCFF304ITC ENCFF032IND;ENCFF304ITC
FUS HepG2 ENCSR927JXU ENCSR491FOC ENCFF055FJV;ENCFF566QZD ENCFF055FJV;ENCFF566QZD
PTBP1 HepG2 ENCSR064DXG ENCSR603TCV ENCFF709LHN;ENCFF613CGT ENCFF709LHN;ENCFF613CGT
RBM47 HepG2 ENCSR711ZJQ ENCSR279HMU ENCFF931LCX;ENCFF931YGM ENCFF931LCX;ENCFF931YGM
TIAL1 HepG2 ENCSR450VQO ENCSR305XWT ENCFF894JVP;ENCFF857TQEU ENCFF894JVP;ENCFF857QEU
DDX20 HepG2 ENCSR4290UR ENCSR775ZWO ENCFF149SLG;ENCFF221LJC ENCFF149SLG;ENCFF221LJC
STAU1 HepG2 ENCSR124KCF ENCSR067GHD ENCFF032IND;ENCFF304ITC ENCFFO032IND;ENCFF304ITC
U2AF2 HepG2 ENCSR426UUG ENCSR104ABF ENCFF905ARG;ENCFF482MPL ENCFF905ARG;ENCFF482MPL
PCBP1 HepG2 ENCSR635FRH ENCSR603TCV ENCFF709LHN;ENCFF613CGT ENCFF709LHN;ENCFF613CGT
AKAPSL HepG2 ENCSR8070DB ENCSR538Q0G ENCFF567UAR;ENCFF958YDS ENCFF567TUAR;ENCFF958YDS
RBFOX2 HepG2 ENCSR767LLP ENCSR104ABF ENCFF482MPL;ENCFF905ARG ENCFF482MPL;ENCFF905ARG
TFIP11 HepG2 ENCSR573UBF ENCSR856ZRV ENCFF343WPT;ENCFF435FBM ENCFF343WPT;ENCFF435FBM
HNRNPL HepG2 ENCSR155BMF ENCSR042QTH ENCFF819ILY;ENCFF309FMB ENCFF819ILY;ENCFF309FMB
HNRNPA2B1 HepG2 ENCSR769GES ENCSR042QTH ENCFF819ILY;ENCFF309FMB ENCFF819ILY;ENCFF309FMB
SRSF1 HepG2 ENCSR094KBY ENCSR603TCV ENCFF709LHN;ENCFF613CGT ENCFF709LHN;ENCFF613CGT
SRSF5 HepG2 ENCSR781YNI ENCSR042QTH ENCFF819ILY;ENCFF309FMB ENCFF819ILY;ENCFF309FMB
FMR1 HepG2 ENCSR905HID ENCSR042QTH ENCFF819ILY;ENCFF309FMB ENCFF819ILY;ENCFF309FMB
SF1 HepG2 ENCSR644AIM ENCSR104ABF ENCFF905ARG;ENCFF482MPL ENCFF905ARG;ENCFF482MPL
U2AF1 HepG2 ENCSR372UWV ENCSR067GHD ENCFF032IND;ENCFF304ITC ENCFFO032IND;ENCFF304ITC
CCAR2 HepG2 ENCSR237IWZ ENCSR674KEK ENCFF675TNO;ENCFF4320LY ENCFF675TNO;ENCFF4320LY
EWSR1 HepG2 ENCSR532ZPP ENCSR538Q0G ENCFF567TUAR;ENCFF958YDS ENCFF567UAR;ENCFF958YDS
RBM25 HepG2 ENCSR610AEI ENCSR603TCV ENCFF709LHN;ENCFF613CGT ENCFF709LHN;ENCFF613CGT
HNRNPH1 HepG2 ENCSR094HEU ENCSR194SPW ENCFF555MSU;ENCFF887DEY ENCFF555MSU;ENCFF887DEY
SND1 HepG2 ENCSR398LZW ENCSR491FOC ENCFFO055FJV;ENCFF566QZD ENCFFO055FJV;ENCFF566QZD
NCBP2 HepG2 ENCSR030ARO ENCSR237YZT ENCFF745CDS;ENCFF335ETY ENCFF745CDS;ENCFF335ETY
RBM15 HepG2 ENCSR599PXD ENCSR585K0J ENCFF178VBQ;ENCFF761MBM ENCFF178VBQ;ENCFF761MBM
PPIG HepG2 ENCSR620HAA ENCSR246RRQ ENCFF143QAT;ENCFF348XBK ENCFF143QAT;ENCFF348XBK
ZRANB2 HepG2 ENCSR081QQH ENCSR491FOC ENCFFO055FJV;ENCFF566QZD ENCFFO055FJV;ENCFF566QZD
RBM39 HepG2 ENCSR760EGM ENCSR104ABF ENCFF905ARG;ENCFF482MPL ENCFF905ARG;ENCFF482MPL
SRSF9 HepG2 ENCSR597XHH ENCSR603TCV ENCFF709LHN;ENCFF613CGT ENCFF709LHN;ENCFF613CGT
ADAR HepG2 ENCSR1040LN ENCSR305XWT ENCFF894JVP;ENCFF857TQEU ENCFF894JVP;ENCFF857QEU
HNRNPM HepG2 ENCSR995JMS ENCSR067GHD ENCFF032IND;ENCFF304ITC ENCFFO032IND;ENCFF304ITC
EFTUD2 HepG2 ENCSR6200KS ENCSR689PHN ENCFF710REB;ENCFF817TMUD ENCFF710REB;ENCFF817TMUD
MATR3 HepG2 ENCSR492UFS ENCSR237YZT ENCFF745CDS;ENCFF335ETY ENCFF745CDS;ENCFF335ETY
SMN1 HepG2 ENCSR090UMI ENCSR305XWT ENCFF894JVP;ENCFF857TQEU ENCFF894JVP;ENCFF857QEU
PRPF8 HepG2 ENCSR998MZP ENCSR856ZRV ENCFF435FBM;ENCFF343WPT ENCFF435FBM;ENCFF343WPT
HNRNPK HepG2 ENCSRS853ZJS ENCSR237YZT ENCFF335ETY;ENCFF745CDS ENCFF335ETY;ENCFF745CDS
RBM5 HepG2 ENCSR606PVX ENCSR481WJH ENCFF230CCM;ENCFF77T6 AHW ENCFF230CCM;ENCFF776 AHW
CDC40 HepG2 ENCSR278NFF ENCSR481WJH ENCFF230CCM;ENCFF77T6 AHW ENCFF230CCM;ENCFF776 AHW
HNRNPF HepG2 ENCSR693MZJ ENCSR305XWT ENCFF894JVP;ENCFF857QEU ENCFF894JVP;ENCFF857TQEU
HNRNPLL HepG2 ENCSR490DYI ENCSR264TUE ENCFF958MML;ENCFF965UPD ENCFF958MML;ENCFF965UPD
SRSF7 HepG2 ENCSRO17PRS ENCSR603TCV ENCFF709LHN;ENCFF613CGT ENCFF709LHN;ENCFF613CGT
HNRNPD HepG2 ENCSR660MZN ENCSR279HMU ENCFF931LCX;ENCFF931YGM ENCFF931LCX;ENCFF931YGM
HNRNPU HepG2 ENCSR308IKH ENCSR305XWT ENCFF894JVP;ENCFF857TQEU ENCFF894JVP;ENCFF857TQEU
HNRNPC HepG2 ENCSRO052IYH ENCSR305XWT ENCFF894JVP;ENCFF857TQEU ENCFF894JVP;ENCFF857TQEU
HNRNPA1 HepG2 ENCSR182DAW ENCSR305XWT ENCFF894JVP;ENCFF857TQEU ENCFF894JVP;ENCFF857QEU
SFPQ HepG2 ENCSR782MXN ENCSR104ABF ENCFF482MPL;ENCFF905ARG ENCFF482MPL;ENCFF905ARG
PPP1RS8 HepG2 ENCSR592AQT ENCSR827PII ENCFF318QBO;ENCFF968KVV ENCFF318QBO;ENCFF968KVV
PSIP1 HepG2 ENCSR744YVR ENCSR674KEK ENCFF675TNO;ENCFF4320LY ENCFF675TNO;ENCFF4320LY
RAVER1 HepG2 ENCSR576GOW ENCSR491FOC ENCFF055FJV;ENCFF566QZD ENCFF055FJV;ENCFF566QZD
GEMINS5 HepG2 ENCSR771QMJ ENCSR689PHN ENCFF710REB;ENCFF817TMUD ENCFF710REB;ENCFF817MUD
KHSRP HepG2 ENCSR850CKU ENCSR237YZT ENCFF745CDS;ENCFF335ETY ENCFF745CDS;ENCFF335ETY
PUF60 HepG2 ENCSR648BSC ENCSR042QTH ENCFF819ILY;ENCFF309FMB ENCFF819ILY;ENCFF309FMB
PCBP2 HepG2 ENCSRO028ITN ENCSR491FOC ENCFF055FJV;ENCFF566QZD ENCFF055FJV;ENCFF566QZD
DAZAP1 HepG2 ENCSR220TBR ENCSR042QTH ENCFF819ILY;ENCFF309FMB ENCFF819ILY;ENCFF309FMB
FUBP1 HepG2 ENCSR736TAW ENCSR225PRV ENCFF560WIR;ENCFF085MQH ENCFF560WIR;ENCFF085MQH
KHDRBS1 HepG2 ENCSR784FTX ENCSR279HMU ENCFF931LCX;ENCFF931YGM ENCFF931LCX;ENCFF931YGM
RBM17 HepG2 ENCSR385TMY ENCSR104ABF ENCFF482MPL;ENCFF905ARG ENCFF482MPL;ENCFF905ARG
GPKOW HepG2 ENCSR968YWY ENCSR264TUE ENCFF958MML;ENCFF965UPD ENCFF958MML;ENCFF965UPD

174



Appendix C

Semantically-rich synthetic dataset
generation with constrained Genetic

Programming

C.1 Adding SQUID as an additional baseline

We included SQUID v0.4.0 [34] as an additional baseline for the generalization experiments.
Importantly, SQUID’s primary goal is not the generation of the dataset per se; instead, it focuses
on using the generated dataset to train surrogate models to interpret genomics deep neural
networks. At the dataset generation step, SQUID applies random perturbations to the input
sequence. However, it differs from our Random Search approach in several aspects. Firstly, the
perturbations are applied directly to the input sequence agnostically to our target specifications
- generating diversity in the model prediction space - and thus are much faster to run. Secondly,
SQUID restricts perturbations to SNVs and does not allow deletions and deletions. Lastly, it
does not allow domain-aware constraints to be applied, such as avoiding perturbations in splice
site regions. It was precisely due to this last point that we included SQUID in the comparison: to
assess whether allowing perturbations at splice site regions (resulting in drastic changes) would
enhance the coverage of the model prediction space.

To make SQUID comparable to our evolutionary-based approaches, we customized a Splice Al
predictor such that the predictions returned are the average of the model at the splicing
acceptor and donor positions of the cassette exon. Then, for each input sequence we set
up a RandomMutagenesis object with a mut_rate value that yielded an average number of
perturbations per sequence similar to the average edit distance of the datasets obtained for the
best GGGP configuration, which was 11.3. Then, we generated 5000 sequences (equivalent to
the archive capacity of the evolutionary-based approaches) using 5 different seeds. Finally,
we converted the generated sequences into a format suitable for comparison and evaluated
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the quality of the datasets accordingly. Of note, we did not run the motif analyses for the
SQUID-generated datasets because the perturbation space is different from Random Search and

GGGP (splice site regions perturbed), rendering the comparison unfair.
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Appendix D

Other contributions

Although the research presented in this document represents the contributions of my PhD
studies, I have also participated in other projects. In this section, I outline my specific

contributions to these works:

o [ analyzed WGS data to identify a heterozygous splicing-disrupting pathogenic intronic
variant in MYBPC3, which was subsequently confirmed to cosegregate among family
members.

A. Gomes, P. Barbosa, A. Coutinho, I. Cruz, M. Carmo-Fonseca, L. Lopes,
“Whole-genome DNA sequencing: The key to detecting a sarcomeric mutation in
a ‘false genotype-negative’ family with hypertrophic cardiomyopathy”, Portuguese
Journal of Cardiology, 2020 [303].

e In a Portuguese cohort of 268 newly diagnosed Acute Myeloid Leukemia patients, a
targeted gene panel sequencing strategy was employed to investigate the potential clinical
value of molecular screening for risk assessment. I conducted pairwise associations analyzes
among somatic mutations to identity significant co-occurrences across gene pairs.

S. Matos, P. Bernardo, S. Esteves, A. Botelho de Sousa, M. Lemos, P. Ribeiro,
M. Silva, A. Nunes, J. Lobato, M.J. Frade, M.Gomes da Silva, S. Chacim,
J. Mariz, G. Esteves, J. Raposo, A. Espadana, J. Carda, P. Barbosa, V.
Martins, M. Carmo-Fonseca, J. Desterro, “Screening a Targeted Panel of Genes by
Next-Generation Sequencing Improves Risk Stratification in Real World Patients with
Acute Myeloid Leukemia”, Cancers, 2022 [304].

e An improved reference genome of the cork oak, a tree of significant economic importance
in Portugal, has been released. This release includes the first sequences of the chloroplast
and mitochondrion organelles. I contributed to the initial analysis of long-read sequencing
data generated using PacBio technology and its integration with short-read data from

Illumina systems.
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A. Usié, O. Serra, P. Barros, P. Barbosa, C. Ledo, T. Capote, T. Almeida, L.
Rodrigues, 1. Carrasquinho, J. Guimaraes, D. Mendonga, F. Nobrega, C. Egas, 1.
Chaves, I.A. Abreu, N.J.M. Saibo, L. Marum, M.C. Varela, J. Matos, F. Simdes,
C.M. Miguel, M.M. Oliveira, C.P. Ricardo, S. Gongalves, A.M. Ramos, “An improved
reference genome and first organelle genomes of Quercus suber”, Tree Genetics &
Genomes, 2023 [305].

e Comprehensive analysis of the erosion of X-chromosome inactivation in female human
pluripotent stem cells during differentiation. I performed WES analysis across cell lines to
identify SNVs that could be used to assess allele-specific expression in the X chromosome
using RNA-seq data.

A.C. Raposo, P. Caldas, M. Arez, J. Jeremias, P. Barbosa, R. Sousa-Luis, F. Agua,
D. Oxley, A. Mupo, M. Eckersley-Maslin, M. Casanova, A.R. Grosso, S. Teixeira da
Rocha, “Erosion of X-Chromosome Inactivation in female hiPSCs is heterogeneous
and persists during differentiation”, bioRxiv, 2024 [306].

o Alternative splicing analysis in Dilated Cardiomyopathy patients with genetic and ischemic
origins. I performed most of the bioinformatics analysis in the manuscript.

M. Furtado*, P. Barbosa®, T. Carvalho, B. Silva, P. Napoledo, L. Zhang, P.
Leszek, M. Carmo-Fonseca, Y. Devaux, S. Martins, “Alternative splicing is similarly
dysregulated in heart failure patients with dilated and ischemic cardiomyopathy”, in

submission, 2024.

178



	List of Figures
	List of Tables
	List of Abbreviations
	Glossary
	Introduction
	Objectives
	Methodology and contributions
	Variant effect prediction
	Model interpretability

	Structure

	RNA Splicing background
	Mechanisms of RNA Splicing
	Alternative Splicing
	Splicing and disease


	Deep learning in genomics research
	Deep learning revolution
	Artificial Neural Networks
	Training deep neural networks

	Convolutional Neural Networks
	Pooling
	Dilated convolutions
	Regularization

	Model interpretation
	Model-based interpretation
	Propagation of influence
	Probing feature interactions
	Transparent models

	Deep learning models of RNA splicing
	Genome-wide quantification of splicing
	Predicting core splicing signals
	Tissue-specific models
	Summary


	Predicting intronic variants affecting the splicing mechanism
	Introduction
	The prediction tools studied are diverse in methodology and objectives
	Enabling variant effect prediction benchmarking with VETA
	Threshold calibration
	Combining tools into meta-predictors
	Faithful benchmarking of intronic variants
	Availability

	ClinVar variants located beyond 10 bp from the splice sites are poorly predicted
	Pathogenic splicing-affecting variants are captured well by deep learning based methods
	Pseudoexon activation vs Partial intron retention

	Variable performance in variants associated with different molecular mechanisms
	Branchpoint associated variants
	Acceptor Upstream and New Splice Acceptor variants
	Exonic-like variants
	New Splice Donor variants
	Donor Downstream variants
	All regions combined

	Assessing interpretability
	Predicting splicing changes across tissues
	Discussion
	Practical recommendations
	Final remarks


	Interpreting SpliceAI
	Generation of RBP-specific datasets to study splicing regulation
	Differential splicing analysis
	Paired datasets' generation
	SpliceAI predicts differently exons sensitive to RBP knockdown

	Is SpliceAI sensitive to RNA-binding proteins motifs?
	MutSplice: targeted in silico sequence perturbations to interpret SpliceAI
	Motifs exert a greater impact on SpliceAI predictions in knockdown-sensitive exons
	Long-range sequence features influence SpliceAI predictions
	SpliceAI picks known binding rules of hnRNP and SR splicing factors
	Interpretable tabular machine learning fails to emulate SpliceAI

	Discussion and limitations
	Experimental setup
	Underestimation of effect sizes
	Motif analysis for putative feature construction
	SpliceAI is cell-type agnostic
	Deciphering new biology


	Semantically-rich synthetic dataset generation with constrained Genetic Programming
	Introduction
	Deep learning-guided sequence generation
	Proposed approach
	Representation
	Archive
	Fitness Functions
	Genetic Operators

	Evaluation methodology
	Case Study
	Experimental settings
	Baseline
	Hyperparameter Optimization

	GP with Bin Filler as fitness function performs best
	Ablation studies reveal domain-specific insights
	Lexicase selection
	Custom mutation operator
	Restricting the types of perturbations

	Generalizing to other input sequences reinforces differences against baseline
	Motif analysis of synthetic datasets

	Studying the impact of an alternative PWM grammar
	Exploring Pangolin as the deep learning oracle
	Conclusion

	DRESS: a flexible framework for splicing interrogations guided by deep learning models
	Dataset Generation
	Input preprocessing
	Evolutionary algorithm
	Domain constraints are seamlessly integrated
	Individual sequence explainability

	Dataset filtering
	Planned features
	Final remarks

	Discussion and conclusion
	Variant effect prediction is not a solved task
	Moving beyond SpliceAI
	Grammars express the language of the problem domain
	The rise of Large Language Models of DNA
	Conclusion

	References
	Predicting intronic variants affecting the splicing mechanism
	Data collection
	Prediction tools
	Performance evaluation
	Further inspection of deep intronic variants in ClinVar
	Assessing quality of interpretations for SPiP, SQURLS and SpliceVault
	Tissue-specific predictions by AbSplice-DNA

	Interpreting SpliceAI
	Semantically-rich synthetic dataset generation with constrained Genetic Programming
	Adding SQUID as an additional baseline

	Other contributions

