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Abstract

The overall aim of biomedical research is to understand disease mechanisms and
to provide a drug to eventually cure the disease. This challenging endeavour
requires an early research phase that deals with identifying target genes or proteins
playing an important role in the disease. At this stage one uses animal models
mimicking human disease to determine differences between healthy and diseased
animals. Once potential drug targets have been found, compounds are screened
and promising compounds go into the preclinical phase where their efficacy and,
most importantly, safety are assessed. Those having proven to be efficacious and
safe proceed to toxicology where the maximum tolerable dosage is assessed in,
mainly, non-rodent species.

According to the Bundesministerium fiir Erndhrung und Landwirtschaft, more
than 2 million animals were used for animal testing in German laboratories in
2017. The majority of these animals were mice and rats but also dogs, cats and
monkeys are model organisms used for testing. While it is commonly accepted
that other mammalian species resemble human biology to a great extent, one has
to bear in mind that there are species-specific differences.

One of the aims of this thesis was to investigate how similar widely used model
species are to human and to each other on a molecular level. For this purpose we
assessed the relationship between protein sequence identity and gene expression
correlation with an emphasis on mouse and rat. We found that the majority
of genes are highly similar, both on sequence and gene expression level. There
were, however, cases with low sequence identity but high expression correlation.
These cases were investigated in greater detail and the hypothesis that sequences
annotated in widely used databases like Ensembl, UniProt, or RefSeq, may contain
errors or are incomplete, was confirmed.

Therefore, we investigated whether sequence information from related species can
be used to derive a target’s sequence in a species with poor annotation. The
a&o-tool was developed to exploit sequence similarity between related species
and short-read RNA-Seq data to refine or validate target sequences. Since long-
read RNA-Seq data would greatly improve the results as entire transcripts are
sequenced as a whole, we conducted a pilot study for comparing short- and long-
read sequencing data. Even though PacBio’s SMRT sequencing technology still
shows some issues with respect to data quality, it is a very promising approach
that is going to prove valuable for sequence refinement.

Another important goal of this thesis was to develop a score to assess a human
target’s conservation across several model species. Publicly available data on the
homology relationships between genes and RNA-Seq data build the basis for this
score. Using a set of presumably highly conserved genes in human and mouse, we
found that the proposed score yields reasonable results. An enrichment of Gene
Ontology terms further strengthened our confidence in the conservation score.
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Zusammenfassung

Das tibergeordnete Ziel der biomedizinischen Forschung ist es, die einer Krankheit
zugrunde liegenden Mechanismen zu verstehen und Medikamente zu finden, mit
deren Hilfe die Krankheit letztendlich geheilt werden kann. Hierfiir miissen zun-
achst geeignete Gene oder Proteine, welche eine wichtige Rolle bei der Entstehung
und dem Verlauf der jeweiligen Krankheit spielen, identifiziert werden. Um Un-
terschiede zwischen gesunden und erkrankten Individuen zu ermitteln, werden
haufig Tiermodelle eingesetzt, welche die Krankheit bzw. bestimmte Aspekte der
Krankheit nachbilden. Sobald geeignete Zielmolekiile identifiziert wurden, werden
mogliche Wirkstoff evaluiert, welche die Aktivitit des Zielmolekiils beeinflussen
konnen. Vielversprechende Wirkstoffe gehen dann in die praklinische Phase, in der
die Wirksamkeit sowie die Sicherheit des Wirkstoffes nachgewiesen werden miissen,
bevor in der Toxikologie die maximal tolerierte Dosis ermittelt wird. Wahrend
alle bisherigen Versuche zumeist mit Nagern durchgefiihrt werden, kommen hier
hohere Saugetiere zum Einsatz.

Laut des Bundesministeriums fiir Ernahrung und Landwirtschaft wurden im Jahr
2017 in deutschen Laboratorien iiber 2 Millionen Versuchstiere verwendet. Die
Mehrheit dieser Tiere waren Mause und Ratten, aber auch Hunde, Katzen und
Affen stellen wichtige Spezies dar. Im Allgemeinen geht man davon aus, dass
Saugetiere die Vorgénge im menschlichen Korper gut abbilden. Allerdings sollte
man sich immer dariiber im Klaren sein, dass es Spezies-spezifische Unterschiede
gibt, die es zu berticksichtigen gilt.

Eines der Ziele dieser Dissertation war es deshalb zu untersuchen, wie ahnlich weit
verbreitete Tiermodelle zueinander und zum Menschen auf molekularer Ebene
sind. Hierfir wurde die Sequenzidentitit mit der Korrelation der Genexpression
verglichen, was zu dem Ergebnis fithrte, dass der Grofiteil der orthologen Gene
sowohl auf Sequenz- als auch auf Expressionsebene sehr ahnlich sind. Allerdings
gab es auch Félle, in denen wir eine hohe Expressionskorrelation bei niedriger
Sequenzidentitat beobachteten. Diese Félle wurden genauer untersucht und unsere
Hypothese, dass die in Datenbanken wie z.B. Ensemble, UniProt oder RefSeq
annotierten Sequenzen moglicherweise fehlerhaft oder unvollstandig sind, wurde
bestéatigt.

Daher eruierten wir die Moglichkeit bekannte Sequenzen von verwandten Spezies
zu verwenden, um mangelhaft annotierte Sequenzen zu verbessern. Als Resultat
stellen wir das a&o-tool vor, welches sich Orthologiebeziehungen und short-
read RNA-Seq Daten zu Nutze macht, um die Sequenz eines Zielproteins zu
vervollstandigen bzw. zu validieren. Dieser Ansatz wirde von sogenannten
long-read RNA-Seq Technologien profitieren, da Transkripte hiermit tiber ihre
volle Lange sequenziert werden konnen. Deshalb fiihrten wir eine Pilotstudie
zum Vergleich von short- und long-read Technologien durch. Obwohl die SMRT
Sequenziertechnologie von PacBio noch einige Schwéchen aufweist, implizieren
unsere Ergebnisse, dass es sich um eine vielversprechende Plattform handelt.
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Ein weiteres Ziel dieser Arbeit war es, eine Metrik zu entwickeln, anhand derer man
den Grad der Konserviertheit eines humanen Zielgens in verschiedenen Tiermodel-
len bestimmen kann. Als Datengrundlage dienen frei verfiighare Informationen
beziiglich der Homologiebeziehungen zwischen Spezies sowie RNA-Seq Daten. Um
unseren Ansatz zu validieren, wurden humane Gene verwendet, welche in Méusen
vermutlich hoch konserviert sind. Basierend auf diesem Datensatz und einer Gene
Ontology Uberreprisentationsanalyse in Genen mit niedrigen und hohen Werten
beziiglich unserer Metrik, konnen wir schlussfolgern, dass die Metrik zu plausiblen
Ergebnissen fiihrt.
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Chapter 1

Introduction

One of the main pillars of biomedical research is the application of mammalian
animal models to better understand human diseases. In essence, animal models
allow researchers to mimic human disease phenotypes in order to investigate the
underlying molecular mechanisms. This is of particular importance during the
early research phase of drug development, which comprises the identification and
validation of disease-related genes or proteins to derive possible drug targets.
Subsequently, known compounds are screened to identify candidate drugs altering
the target’s activity. Finally, promising compounds are tested for their safety
and efficacy. Although advanced in vitro assays, such as organs-on-a-chip, and in
silico methods have recently been developed and are gaining increasing attention,
animal experiments are still the method of choice for many steps in biomedical
research [45].

Common model organisms include mouse, rat, dog, pig, and cynomolgus monkey,
which all greatly differ from human in their obvious physical appearance, their
susceptibility to disease, and their response to environmental and experimental
influences. For example, substances that are carcinogenic in mice are often not
carcinogenic in humans, and vice versa [§].

On a genetic level, these model species are, however, fairly similar to human.
Comparative analyses of the human and mouse genomes have revealed that only
a few human genes do not have an equivalent one in mouse [23,|76|,77,|116,/118].
For example, the UniProt Consortium [118] states that 75 % of protein-coding
genes in C57BL/6J mice have a one-to-one orthologue in human.

The term “orthology” is a more specific form of the general evolutionary principle,
called “homology”. Two genes are homologous if they originate from a common
ancestor via gene duplication or a speciation event during evolution [35,36]. In
biomedical research one is particularly interested in orthologous genes, i.e., genes
in two distinct species, which were derived from a common ancestor by a speciation
event.
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As it is generally assumed that homologous genes share similar function, homology
information is often used to assess whether experimental findings obtained in one
species can be translated into another mammalian species.

Homology relationships are, however, mainly derived from sequence similarity
and may not suffice to derive functional similarity. Although orthologues share
the same sequence, they may be involved in different pathways and thus show
diverging functions.

Therefore, it is crucial to keep the possibility of differences, with severe effects,
in mind when planning animal experiments. A tragic example is the case of
TGN1412, a CD28 superagonist antibody, for which efficacy and safety were
shown in cynomolgus monkey. However, all six healthy volunteers of the phase I
clinical study suffered from a life-threatening cytokine storm and had to be treated
in an intensive care unit [10,43}112]. Hansen and Leslie [43] stress the fact that
minor differences between the human and cynomolgus monkey sequence of the
drug’s target CD28 probably alter the binding affinity and contributed to the
severe side effects observed in human.

By integrating additional information like gene expression data, we can investigate
functional similarity of orthologous genes. Here, RNA sequencing (RNA-Seq) is
the technology of choice to derive genome-wide gene expression by sequencing the
RNA transcribed from all genes, the so called transcriptome.

In this thesis, the link between sequence similarity and gene expression was
investigated in greater detail by studying various model species that are of interest
to biomedical research. The ultimate goal was to assess whether combining
sequence similarity and gene expression can improve early biomedical research
and reduce the number of experiments conducted in animals.

One issue researchers often encounter in drug development, is the incompleteness
and incorrectness of sequence information available in public databases. As Steven
L. Salzberg [103] has put it, despite the rapid improvement in genome sequencing
and assembly technologies, “errors in annotation are just as prevalent as they
were in the past, if not more so.” While there are tools focusing on improving
the overall gene structure [56}/131], biomedical researchers would often benefit
from an approach to reconstruct the sequence of a specific target protein, even in
species with poor genome annotation, as many of these, such as rat and dog, are
highly relevant for biomedical research. Therefore, we aim to develop a tool that
makes use of a well annotated protein sequence from a closely related species to
derive the target’s protein sequence in a de novo transcriptome assembly of the
species of interest. Thereby, we can provide a small contribution to improving the
overall situation in genome annotation stated by Salzberg.

As the approach described above would greatly benefit from directly sequencing
entire RNA molecules without the need of assembly, one project dealt with
the possibility to use long read sequencing technologies. Here, the focus was
to compare short- and long-read sequencing and the possibility of obtaining
full-length transcripts.



Another important aspect of this thesis is target prioritisation. To our knowledge,
this is mainly done on information about the target gene in human. The scoring
approach implemented in OpenTargets [18] incorporates mouse models into their
target-disease-association score. However, we wanted to take it a step further
and provide a method that takes sequence and expression based information of a
variety of model species into account. The resulting target conservation score does
not only facilitate target prioritisation, but also species selection as we are able to
determine the model species in which the human target gene is conserved best.

Overall, this thesis aims to provide insight into the link between sequence inform-
ation and gene expression across a broad spectrum of model species—in particular
those relevant for biomedical research—and human. If we were able to ensure
that we are using the correct target sequence and the most suitable model species
in silico, we could reduce the number of projects failing at late stages of drug
development due to species related differences and thus spare thousands of animal
lives.

Outline

This thesis is structured as follows: Chapter [2| covers background information
required for the following chapters. The background chapter starts with a de-
scription of the drug development process emphasising the role of animal models
and the high number of failing drug discovery projects. Then the evolutionary
concept of homology will be explained in greater detail, before RNA sequencing
is introduced. Here, we cover short- and long-read sequencing technologies and
explain the different bioinformatics analysis strategies. A brief introduction of
Nextflow, a framework for building scalable and reproducible analysis pipelines,
concludes the background chapter.

In Chapter [3] we investigate gene expression patterns within and between mouse
and rat, before we examine the relationship between orthology and gene expression
correlation in the two rodent species.

Chapter 4] focuses on available genome annotations and the fact that sequence
information provided via public databases may contain errors or may be incomplete.
We assess the proportion of affected genes and investigate whether exploiting
orthology relationships and de novo transcriptome assemblies from RNA-Seq data
can improve these sequences. Finally, we introduce and apply the a&o-tool that
was developed to perform sequence refinement for poorly annotated genes by using
an orthologous bait protein and a de novo transcriptome assembly of short-read
RNA-Seq data. The approach behind the a&o-tool would greatly benefit from
long-read sequencing data as the assembly step could be skipped. Therefore,
Chapter [5| presents the results of a pilot study for the comparison of long- and
short-read RNA-Seq data.
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In Chapter [0] a score is proposed which provides a measure for the conservation of
a human target gene across several model species. The scores resulting from the
application to all human protein-coding genes using mouse and rat as model species,
are used to investigate the individual subscores as well as their contribution to the
overall conservation score. Results are validated via a Gene Ontology enrichment
of genes with low and high conservation scores. Furthermore, we use a data
set containing human and mouse disease connections, provided by the Jackson
Laboratory, for validation of the proposed conservation score.

Chapter [7] concludes this thesis and provides ideas for further research.



Chapter 2

Background

This chapter paves the way for the following ones by providing background on
concepts that are important for the understanding of this thesis. As the thesis
was conducted at the University of Tiibingen and Boehringer Ingelheim, the
pharmaceutical context is established before we define homology. Then, short-
and long-read RNA sequencing are introduced and important bioinformatics
analysis steps that were used in this thesis are explained. A brief introduction of
modern approaches to data processing concludes this chapter.

2.1 From target identification to a marketed
drug

A disease and an unmet clinical need lie at the root of the drug development
pipeline which starts with basic research to elucidate the molecular mechanisms
of the disease (see Figure . During target identification, researchers look
into molecular mechanisms which are causally linked to the disease and that
are suitable for pharmacological intervention, i.e., gene or protein inhibition or
activation [49]. These genes or proteins are referred to as drug targets and have
to meet certain requirements regarding their efficacy, safety and druggability. The
latter describes the fact that a therapeutic compound can bind to the target and
trigger a measurable response. Following its selection, the target is validated using
in vitro assays and animal models.

The aim of the discovery phase is to determine candidate compounds affecting the
target by, e.g., performing a high-throughput screening of large compound sets
against the target. Once such hit molecules are found, they are further investigated
and optimised with respect to their potency and selectivity (mainly in vitro) as
well as their efficacy and safety (mainly in vivo). Successful compounds then
move on to in vivo studies where their pharmacology, i.e., pharmacokinetics and
pharmacodynamics, as well as their toxicology are investigated in different model
species. Pharmacokinetics examines how long it takes for the drug to be absorbed
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Figure 2.1: Required steps to proceed from basic research to a drug on the
market. The European equivalent to the American FDA (U.S. Food and Drug
Administration) is the EMA (European Medicines Agency). Target ID: target
identification; IND: investigational new drug; NDA: new drug application; Mfg:
manufacturing. Figure reprinted with permission from [102].

and metabolised, while pharmacodynamics looks into the concentration of the
drug and how that is related to the drug’s effects, both beneficial and adverse
ones [70]. Toxicological experiments aim at assessing the toxicity of the drug and
its metabolites to ensure safety before the drug is tested in clinical trials.

Once a drug has passed the preclinical studies, where it is only tested in in vitro
assays and model species, it is transferred into the clinics. In the clinical trials the
drug is administered to humans, first to healthy volunteers an then to patients, to
investigate its effects and its therapeutic value in human.

Finally, after an average of 12 years |[102] of development, a drug successfully
passing the clinical trials has to be approved by regulatory agencies like the U.S.
Food and Drug Administration (FDA) or the European Medicines Agency (EMA).

Clearly, the attrition rate of the drug development process is high, i.e., the initial
compound screening leads to hundreds of thousands of hits of which many do not
show suitable drug-like properties |92]. The term drug-like refers to a wide range
of structural, physio- and biochemical, as well as pharmacokinetic and toxicity
related properties, such as solubility, molecular weight or bioavailability [57]. The
majority of the selected hits then fail due to insufficient efficacy or safety. Cook
et al. [21] have analysed the small-molecule drug projects at AstraZeneca between
2005 and 2010 with respect to project success and the reasons for project failure.
They found that 66 % of the projects in the preclinical phase and 59 % of those in
the clinical trial phase I were successful. However, of these only 15 % succeeded
in phase II clinical trials. During the investigated period of time only five projects
reached phase III clinical trials of which 60 % were successful. In preclinical and
phase I clinical trials safety was the major cause of project failure while in phase
IT clinical trials, a lack of efficacy lead to project closure in most of the cases.

One of the main reasons for the high number of compounds failing due to insuffi-
cient efficacy in human is probably the diverging molecular function of drug targets
in human and the model species used for identifying the target and assessing the
drug’s therapeutic effects.
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2.2 Homology

Translating experimental findings between species is a critical step occurring at
different stages of the drug development process like target identification or moving
from pre-clinical testing to clinical trials. To investigate a target gene in different
model organisms, one has to make sure that the gene exists and is highly similar
in each of the species. The term “homology”, coined by Fitch ,, describes
the fact that two genes originated from a common ancestor. Depending on the
type of evolutionary event separating the two genes, one further distinguishes
“orthologues” and “paralogues”. A speciation event leads to orthologous genes
while a gene duplication results in paralogous genes (see Figure .

Time Gene duplication

Duplication of g2b
[ | [ | | 1 [} [ | [ 11 [
A | | | 1 | B | | | | | | | | ||
gta g2a g1b g2b,  g2b,
R, AN e AW A

................

Orthologs

Inparalogs

Outparalogs

Outparalogs

Figure 2.2: This example shows three species (S, A and B) and speciation
as well as gene duplication evens to explain the terms “homologue”, “paralogue’
and “orthologue”. The genes gl and g2 are inparalogues as they resulted from
a gene duplication in S. A speciation event lead to species A and B containing
the orthologous genes gla and glb. Because g2b was duplicated in species B,
the resulting genes g2b; and ¢2bs are both orthologous to g2a in A. Due to the
duplication of gene g in S, gla and g2a are referred to as outparalogues. The figure

is reprinted with permission from [115].

)

As we do not know how genes really evolved across different species, two approaches
for orthology inference have been established: Sequence similarity based ones,
such as InParanoid/MultiParanoid [94,[111] or eggNOG [48], and phylogeny-
based methods, like EnsemblCompara GeneTrees or UPhO [12]. A more

comprehensive list of homology prediction methods can be found in [115].
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Comparative genomics is often based on the general assumption that orthologous
genes are functionally similar and can therefore be used for functional annotation
of closely related species. It is also assumed that orthologues are functionally more
similar than paralogous genes. This is referred to as the “orthology conjecture”.
However, up to date there are numerous contradicting studies on whether the
ortholog conjecture is true. Nehrt et al. [79] have used Gene Ontology (GO)
annotation and microarray analysis in human and mouse to test the ortholog
conjecture and found that paralogues are more functionally similar to each other
than orthologues. Inspired by the conclusion drawn by Nehrt et al.;, Chen and
Zhang [19] critically evaluated the suitability of GO terms for the assessment of
functional similarity. Furthermore, they used RNA-Seq instead of microarrays
to investigate the expression similarity of orthologues and paralogues. In contra-
diction to Nehrt et al., they found that expression similarity is greater between
orthologues than between within-species paralogues and that GO terms suffer from
biases that render them unsuitable for the assessment of the ortholog conjecture.
Another study compared tissue-specificity of gene expression between orthologues
and paralogues and found that tissue-specificity is conserved in orthologous genes
while it differs for paralogous genes [60].

2.3 RNA sequencing

Examining the gene expression of potential drug targets is a crucial part of target
identification and validation as it provides insight into the targets’ disease link [49)
and their expression profile across different tissues. Nowadays RNA sequencing
is the technology of choice to determine gene expression on a genome-wide level.
The preparation of a complementary DNA (¢cDNA) library from the isolated RNA
precedes the actual sequencing as most technologies do not sequence RNA directly
but its cDNA. Briefly, RNA is isolated from a tissue sample, filtered for, e.g.,
mRNA and reverse transcribed to cDNA. Sequencing adapters are then added to
both ends of the cDNA fragments. During library preparation one also assesses
the RNA quality, in particular with respect to RNA degradation by computing
the sample’s RNA integrity number (RIN). Together with the amount of RNA
the RIN is used to filter for high quality samples which then are sequenced.

The sequencing itself results in nucleotide sequences referred to as “reads”. There
are several RNA-Seq methods which can be classified into short- and long-read
sequencing methods according to the length of these reads.
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2.3.1 Short-read sequencing

The most widely used sequencing method is sequencing by synthesis [39,52] offered
by Illumina. Here read lengths up to 300 bp can be reached [51].

Sequencing by synthesis

Sequencing by synthesis is performed on glass slides, so-called flow cells, that are
made up of lanes coated with two types of oligos required for the hybridisation of
cDNA fragments to the the flow cell. By generating a sequence complementary
to the immobilised fragment, a double stranded DNA molecule is formed. This
double-stranded DNA is then denaturated and the original sequence template is
washed off. Using a method called bridge amplification the resulting sequence
molecule is clonally amplified. This process is repeated until millions of clusters,
each containing copies of a single cDNA fragment, are produced.

The actual sequencing then starts by extending the sequencing primer and adding
fluorescently labelled nucleotides that bind to the fragments on the flow cell. By
exciting the clusters with light and detecting the emitted flourescent signals, the
base is determined. This process of adding nucleotides and determining the added
base via imaging is repeated until the desired read length is achieved.

If the cDNA fragments are sequenced in only one direction, so-called single-end
reads are generated. In an additional step, the reverse strand is synthesised and
the sequencing steps are repeated to obtain a second read from the other side
of the cDNA fragment. Since this method yields two reads per fragment, it is
referred to as paired-end sequencing. Even though paired-end sequencing is more
expensive, it is beneficial for the identification of novel isoforms, the analysis of
isoform expression, or the investigation of poorly annotated species [20,38,55].

Raw data analysis

An initial quality control of raw reads precedes all further analyses and includes
general sequence quality, GC content, sequence length distribution, duplication
levels, adapter content, and the presence of overrepresented sequences |15} 20].
Samples with sufficient quality are then subjected to further processing which
depends on the desired analysis.

2.3.2 Analysis of short-read data
Mapping-based analysis

Here, we are going to present the steps required for expression analysis in species
with an annotated genome. By aligning raw reads to the reference genome,
expressed genes are detected and their expression level can be quantified based on
the number of mapped reads. Usually, the mapping process results in an alignment
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stored in SAM (sequence alignment map) or BAM (binary alignment map) format.
Together with an annotation file (usually in gene transfer format (GTF)) the
alignment is then used for counting reads mapping to each annotated gene region.
Since factors like the total number of sequenced reads in a sample (sequencing
depth) or the gene length affect the number of reads mapping to the gene, these
counts have to be normalised before they can be compared within or between
samples. RPKM (reads per kilobase of exon per million reads mapped) [75], for
single-end sequencing, and FPKM (fragments per kilobase of exon per million
reads mapped) [122], for paired-end reads, are widely used normalisation methods
that aim at eliminating the effect of sequencing depth and gene length. Another
normalisation method that also takes sequencing depth and gene length into
account is the TPM (transcripts per million) [64]. When used for differential
gene expression, all three units, do however still suffer from the issue that longer
genes are more likely to be called as differentially expressed [17]. Quantile
normalisation, the trimmed mean of M values (TMM) [97], or DESeq [66] aim at
making expression levels truly comparable between samples.

De novo transcriptome assembly from short reads

The analysis described above relies on the availability of an annotated reference
genome. Depending on the quality of the available reference, transcripts might be
missed and some species entirely lack a reference genome. In both cases one can
resort to de novo transcriptome assembly from the short-read RNA-Seq data.

Most assemblers apply one of two basic approaches: Overlap-layout-consensus
(OLC) graphs or de Brujin graphs. The OLC approach involves the computation
of all pairwise overlaps between reads and searching for a path through the
graph visiting every node exactly once (Hamiltonian path problem). Because the
Hamiltonian path problem is NP-complete, the OLC approach is computationally
intense and not solvable in an efficient manner for millions of short reads [50491]
as in a typical RNA-Seq experiment. In the de Brujin graph approach, reads
are split into all possible substrings of length k, so-called k-mers. The de Brujin
graph is constructed by using unique (k-1)-mers as nodes and connecting two
nodes v; and vj, if there is a k-mer whose first k-1 bases match v; and whose last
k-1 bases match v;. Contiguous sequences (contigs) are then generated by solving
an Eulerian path problem, i.e., finding paths that visit every edge once, on this
graph. In contrast to a Hamiltonian path, an Eulerian path can be determined
efficiently [91]. Hence, de Brujin graphs are the method of choice for short-read
data.

Both, the OLC and the de Brujin graph approach, are applicable to genomic as
well as transcriptomic data, however, transcriptome assemblers have to take some
challenging properties of RNA-Seq reads into account [68|. First of all, highly
abundant transcripts lead to a greater number of reads. Many genome assemblers
would remove these transcripts as they would be misunderstood as repetitive
regions. Secondly, RNA-Seq protocols may be strand-specific. To detect overlaps
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between forward and reverse strand reads, one often includes both versions of
the reads in the de Brujin graph. Thirdly, transcriptome assemblers have to be
splice-aware. Several transcripts might be alternative isoforms of one gene and
may, therefore, contain identical subsequences because they share exons.

There are several published transcriptome assemblers such as Trinity [40],
Oases [105], SPAdes-rna [13], or BinPacker [65], to just name a few. Recently,
Hoélzer and Marz [46] compared several de novo transcriptome assemblers across
different species and found that, although some assemblers perform well on most
of the data sets, it is still advisable to test different assemblers and assembly
parameters as there is not a single tool that performs best on all data sets.

Once the transcriptome has been assembled, one can, for example, investigate the
assembled sequences or map the reads back to the assembled transcriptome to
derive gene expression levels.

2.3.3 Long-read sequencing

While short-read sequencing enables the analysis of gene expression at relatively
low cost and high throughput, it is less suitable for de novo isoform identification
because the short reads have to be assembled into transcripts. Long-read sequen-
cing technologies like the Single Molecule, Real-Time (SMRT) sequencing offered
by Pacific Biosciences (PacBio), recently acquired by Illumina, generate reads
with a median read length of 50 kb and up to more than 100 kb (PacBio’s Sequel
system). Therefore, most transcripts can be sequenced as a whole, eliminating
the need for transcript assembly as required for short-read data.

In this thesis long-read data from PacBio’s Sequel system has been analysed, thus
PacBio’s SMRT sequencing approach will be introduced in greater detail below.

SMRT sequencing

In contrast to Illumina’s sequencing by synthesis, SMRT sequencing does not
involve clonal amplification of the synthesised cDNA molecules. Instead, a single
cDNA molecule is transformed into a circular DNA molecule by adding hairpin
structures of single-stranded DNA to both sides of the double-stranded DNA.
Together with a polymerase, this molecule is then loaded into a zero-mode wave-
guide (ZMW) [30] where it is sequenced [85]. The DNA-polymerase complex
is immobilised at the bottom of the ZMW and a solution containing all four
fluorescently labelled nucleotides is added. Once the polymerase incorporates one
of the nucleotides into the generated DNA strand, the fluorophore is detached
from the nucleotide and a camera records the emitted light signal. This results
in so-called polymerase reads (see Figure ) which are split into subreads by
removing the adapter DNA sequence. In an error-correction step these subreads
are summarised in a circular consensus sequence (CCS). These CCSs are then
processed with PacBio’s bioinformatics pipeline.
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Figure 2.3: PacBio’s Iso-Seq protocol. A) The ¢cDNA molecule is extended by
single-stranded DNA and this SMRTbell template is then sequenced in a ZMW.
The resulting polymerase read is split into subreads which are summarised by a
CCS. B) All CCSs generated in a sequencing run are classified into full-length (FL)
and non full-length (nFL) sequences. The FL reads are then clustered by similarity
and high-quality isoforms are aligned to the reference genome to obtain unique,
collapsed isoforms. This figure is a combination of adapted figures from .

PacBio’s raw read data analysis

The generated CCSs are classified into full-length (FL) and non-full-length (nFL)
reads (see Figure 2.3B), i.e., if a CCS contains the 5’ and 3’ adapter sequences
and a poly-A sequence, it is a full-length read. These FL and nFL reads are
clustered by sequence similarity to obtain error-corrected candidate sequences. In
the following polishing step, these candidate transcripts are split into high- and
low-quality isoforms based on their accuracy and the high-quality ones are then
mapped to a reference genome, if available. The alignment to a reference allows
the set of isoforms to be further cleaned as redundant isoforms are collapsed. The
resulting set of unique isoforms is referred to as “PacBio isoforms” in this thesis.
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2.4 A modern approach to data processing

The analysis of RNA-Seq data involves several independent tools (see section
being applied to many (potentially thousands of) samples. In recent years, there
have been several attempts to ease the process of developing such bioinformatics
pipelines and to provide a framework for reproducible data analysis. Snake-
make [59], Bpipe [101], and Nextflow [25] are examples for workflow languages
with Nextflow gaining increasing attention by the (bioinformatics) community.

A Nextflow pipeline consists of processes that are connected by channels through
which data is passed from one process to the next. Each process contains a script
which is executed as a bash script in the host system. Therefore, it can be written
in any programming language supported by the host system.

Let us look at an example process which generates the genome index required by
STAR, a popular aligner used to align RNA-Seq reads to a reference genome (see
Listing . In lines seven and eight we declare the input of the process. The
path to the reference genome which is to be indexed, is provided via the Channel
genome_file that has been created earlier in the script. Lines ten and 11 specify
that the directory genome _dir is made available to the following process performing
the actual STAR alignment via the Channel genome dir ch. The process script
performs the actual task of creating the output directory genome dir_ch and
generating the genome index which is then stored in genome dir_ch.

Incorporating Docker [72] and Singularity [63] further increases reproducibility and
also portability because the required software is packed into so-called containers in
which the Nextflow processes are then run. That way the software does not have
to be installed on the host system and one can even define separate environments
with, for example, differing software versions for individual processes. Whenever
possible, processes are run in parallel, e.g., the quality analysis of raw reads
can be done for all samples in parallel as these processes do not depend on one
another. Furthermore, Nextflow facilitates highly scalable data analysis as it is
easily configurable to run the processes on a high performance cluster or a cloud
platform.

Although we did not use any of their pipelines in this thesis, we want to point
out that the nf-core [33] makes Nextflow pipelines for common tasks such as
RNA-Seq analysis easily accessible and usable, even for people new to Nextflow.
The initiative evolved from the highly active community of Nextflow users and
aims at establishing a collection of pipelines fulfilling certain standards.
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Listing 2.1: An example Nextflow process creating the genome index for the
STAR aligner.

/*

* create the STAR genome index

*/

process make_star_genome_index {

input:
file(genome) from genome_file

output:
file(genome_dir) into genome_dir_ch

script:
nnn

mkdir genome_dir

STAR --runMode genomeGenerate \
--genomeDir genome_dir \
--genomeFastaFiles ${genomel} \
—-—runThreadN 16

}




Chapter 3

Assessing the relationship
between orthology and gene
expression correlation

The content of this chapter was partially published in:

J. F. Sollner, G. Leparc, T. Hildebrandt, H. Klein, L. Thomas,
E. Stupka and E. Simon. An RNA-Seq atlas of gene expression in
mouse and rat normal tissues. Scientific Data 2017: 4

[ analysed the data, conducted the downstream analyses, and generated the figures
presented in this thesis. G. Leparc implemented and described the data analysis
pipeline and carried out the primary analysis of the data. T. Hildebrandt directed
the RNA preparation and sequencing of the samples and was involved in the
design of the study. H. Klein contributed code and supervised the design of the
primary data analysis pipeline. L. Thomas performed the in-vivo analyses. E.
Stupka reviewed the draft of the paper. E. Simon analysed data (results not
included in this thesis), wrote the first draft of the manuscript and supervised the
complete study.

3.1 Background

All living organisms consist of a variety of different tissues and organs which play
very diverse roles in maintaining the body’s functionality. The existence of a wide
range of highly specialised cells expressing distinct sets of proteins facilitates this
process.

In diseased individuals the cells’ function is affected and biomedical research aims
at determining the underlying mechanisms to differentiate healthy from diseased
individuals. Ideally, one would investigate the proteome directly. Unfortunately,

15
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there are still limitations like the detection of lowly expressed proteins or tech-
nical issues when separating large protein complexes [41]. Therefore, researchers
often resort to RNA sequencing as a surrogate for proteomics analyses, which
is also reflected by the fact that repositories of proteomics data are used less
commonly [130] than those containing RNA-Seq data.

To determine differences between healthy and diseased tissue, one has to acquire
samples from both tissue types. In human studies, it is often not feasible to
obtain healthy tissue, imagine brain biopsies, and in animal models it would
also be desirable to reduce the number of sacrificed animals. Therefore, data
repositories such as the Genotype-Tissue Expression Project (GTEx) and the rat
BodyMap [141], providing access to RNA-Seq data from healthy individuals, are
a valuable resource. The aim of the project upon which this chapter is based, was
to add gene expression data sets from mouse and rat acquired in a well controlled
experiment and capturing a wide range of tissues, to the public domain.

In this chapter we will investigate the descriptive analysis of the generated
RNA-Seq data sets. Furthermore, the combined data from mouse and rat are
examined to assess whether gene expression patterns are tissue- or species-specific
and whether conserved genes share gene expression patterns.

3.2 Methods

3.2.1 RNA-Seq data

Samples from 13 tissues were taken from three male BL/6J mice (C57BL/6J) and
three male Wistar Han rats (Crl:WI(Han)). The investigated tissues were: Brain,
kidney, heart, thymus, pancreas, esophagus, stomach, duodenum, jejunum, ileum,
colon, liver and muscle (quadriceps). Total RNA was extracted and libraries were
prepared according to standard protocols (see our publication [109] for details).
Sequencing was then performed as 50 bp, single-end reads and seven bases index
reads on an Illumina HiSeq2000.

3.2.2 RNA-Seq data mapping, counting and normalisa-
tion

We had to exclude one sample (mouse_11_heart) from the analysis due to technical
issues. FastQC [15] (v0.11.2) was used to evaluate the read quality of all remaining
samples. RNA-Seq reads from mouse and rat were aligned to the corresponding
Ensembl 84 reference genome with STAR [26] (v2.5.2a11) and alignment quality
metrics were obtained with RNASeQC [24] (v1.1812). Duplication rates were
identified using bamUtil [54] (v1.0.11) and assessed with the dupRadar [104] (v1.4)
Bioconductor [47] R 93] package. We used Cufflinks [121] (version 2.2.114) to
get the reads per kilobase of transcript per million mapped reads (RPKM) and
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the featureCounts [108] software package to obtain read counts. The subsequent
analysis was conducted in R: Count values were normalised to trimmed mean
of M-values (TMM) [98] using the calcNormFactors() function from the edgeR
package |69] and these were voom normalised using the corresponding function
from the limma [95] package.

3.2.3 Inter-species expression patterns

As an initial quality control we performed the following on the voom-transformed
gene expression values of mouse and rat separately: Distribution analysis, principal
component analysis (PCA), and hierarchical clustering.

3.2.4 Intra-species expression patterns

To investigate whether mouse and rat share gene expression patterns, we quer-
ied the one-to-one rat orthologue for all protein-coding mouse genes using the
biomaRt package [27,28] (version 2.32.1) with Ensembl version 84. Based on
these orthologous pairs we compiled merged expression matrices, one with median
tissue RPKMs for correlation analysis and one with voom-normalised counts for
PCA. To assess the tissue-specific correlation of the two species, we computed the
Pearson’s correlation coefficient and generated scatter plots for each tissue.

3.2.5 Comparing gene expression and sequence identity

When querying the rat orthologues from Ensembl, we also retrieved the sequence
identity which is calculated from the pairwise protein sequence alignment. For
each pair of orthologous genes, Ensembl reports a query and a target sequence
identity (see Figure . We summarised these two values using their mean value
which was then compared to the Pearson’s correlation coefficient of median tissue
expression (RPKM).

sequence PAPAF G — S matchesof 10 aa —» query id = 50%

orthologous sequence P-PAF G —>» Smatchesof6aa —>> targetid=283%

Figure 3.1: Schematic illustration of the terms query and target sequence identity
as used by Ensembl. Black letters indicate matching amino acids while grey ones
represent mismatches. The proportion of the sequence of interest (top) covered by
the pairwise protein sequence alignment with an orthologous sequence (bottom) is
referred to as “query identity”. The percentage of the orthologous sequence covered
by the alignment is called “target identity”.
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3.3 Results

3.3.1 Inter-species expression patterns

Based on the percentage of variance explained by each principal component (see
Figure 3.2) we concluded that in mouse the majority of variance was explained by
the first two components (PC1 and PC2), while in rat PC1 explained the greatest
proportion of variance in the data. Due to the high dimensionality of the data, the
percentage of variance explained by the other principal components only declined
slowly.

mouse rat
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Figure 3.2: The percentage of total variance explained by the first ten principal
components for mouse (left) and rat (right).

Projecting the samples into the space spanned by PC1 and PC2, revealed that
the effect tissue origin had on the gene expression of mouse and rat was greater
than the animal effect (see Figure . Samples from muscular tissue, i.e., heart
and quadriceps, were close to each other. This was particularly pronounced in
rat. Brain samples formed a cluster which was separated from all other clusters.
A larger, more mixed cluster consisted of samples from the gastrointestinal (GI)
tract, i.e., duodenum, jejunum, ileum and colon, and thymus. Apart from the GI
samples, liver and pancreas were the tissues with the most variability. In mouse,
PC3 separated thymus samples from the other tissue clusters (see Figures
and . A hierarchical clustering analysis of the two data sets confirmed the
observation that the tissue effect is greater than the animal effect (see Figure [3.4).
In mouse, the samples from the GI tract again formed a mixed cluster. In rat, we
noted that the colon samples were grouped together and that their cluster was
more similar to stomach and esophagus than to the other GI tissues. Furthermore,
one pancreas sample in rat was separated from the other two pancreas samples.
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Figure 3.3: Principal component analysis of mouse and rat gene expression values.
Samples are coloured by tissue and the numbers in brackets correspond to the
proportion of variance explained by the respective principal component.
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Figure 3.4: Hierarchical clustering of mouse (left) and rat samples (right) based
on voom-transformed log(counts per million). The Canberra distance between
samples and the complete linkage method were used for clustering.
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3.3.2 Intra-species expression patterns

A comparison of the gene expression between mouse and rat showed that, in
general, the expression of one-to-one orthologues is well correlated (see Figure .
There are, however, a number of genes which are not expressed in only one of the
two species. Therefore, the overall Perason’s correlation coefficient was around 0.7
in all tissues even though the majority of the points cluster along the diagonal.
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Figure 3.5: Tissue-specific correlation of gene expression in mouse and rat. R:
Pearson’s correlation coefficient; grey line: diagonal.

Dimensionality reduction revealed that the first three PCs are those explaining the
greatest portion of the total variance in the data set (see Figure ) Projecting
the data into the space spanned by PC1 and PC2 (see Figure ), a clustering
by tissue instead of species was observed. The GI tract again formed a rather
mixed up supercluster which was separated from the other tissues. Quadriceps
and heart samples from both species clustered together, with the esophagus cluster
being the closest neighbouring cluster. The greater spread of pancreas samples
from both species that we observed in the variability analysis in section [3.3.1]| was
also visible in Figure [3.6p. Brain samples from both mouse and rat formed the
most distinct clusters. Figures [3.61C and [3.6D clearly showed that PC3 separated
the two species.

In the hierarchical clustering of the combined mouse and rat expression data (see
Figure [3.7), we observed that, for the majority of tissues, samples from both
species cluster together. For example, kidney samples from mouse and rat form
two clusters that can be merged into a joint kidney cluster. The two muscular
tissues are an exception because mouse heart and quadriceps as well as rat heart
and quadriceps form a cluster. These two clusters are, however, again similar to
each other.
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Figure 3.7: Hierarchical clustering of the combined voom-transformed log(counts
per million) for one-to-one orthologues in mouse and rat. The Canberra distance
between samples and the complete linkage method were used for clustering.
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Interestingly, the similarity of gastrointestinal tissues is higher within each of the
two species and the distance between the two GI clusters is relatively high. The
rat pancreas samples also do not cluster with the corresponding samples in mouse.

3.3.3 Comparing gene expression and sequence identity

To investigate our hypothesis that highly conserved genes share gene expression
patterns across tissues, we compared the expression correlation and the annotated
sequence identity (see Figure . As expected, the majority of the orthologous
gene pairs clustered in the upper right corner, i.e., both their protein sequences
and their expression patterns across tissues were very similar. However, 11 %
of the orthologues had a sequence identity greater than 80 % but a low positive
(< 0.5) or even a negative expression correlation. A low expression correlation
across tissues indicates that the gene was expressed in different tissues in the two
species. In 4 % of the cases we observed lower protein sequence identity (< 80 %)
while the expression correlation was high (> 80 %).
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Figure 3.8: Comparison of sequence identity and expression correlation between
mouse and rat one-to-one orthologues. The grey rectangles mark orthologous genes
with either high sequence similarity and low expression correlation or low sequence
identity and high correlation coefficients.

3.4 Discussion

In this chapter we have presented the results from the descriptive analyses of
two RNA-Seq data sets from mouse and rat, each comprising 13 tissues. When
analysing the two data sets separately, we observed that the difference in gene
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expression was greater between tissues than between animals. The biological
similarity between tissues was also visible in our analyses as samples from muscular
tissues (heart and quadriceps) were close to each other and samples from the
gastroinestinal tract formed a bigger cluster which could be distinguished from
other tissues. The tissue clusters were preserved when performing the same
analysis on the combined data set, however, PC3 separated the two species from
each other. Therefore, it would be interesting to investigate PC3 of the combined
data in greater detail to determine the genes driving this differentiation. The
hierarchical clustering confirmed that, in general, the tissue of origin has a greater
effect on gene expression than the animal and its species. The analysis of the
human transcriptome by Melé et al. [71] also found that expression varies more
between tissues than between individuals. Furthermore, it would be surprising to
see large differences between animals because we investigated gene expression in
inbred strains.

The comparison of gene expression correlation and reported amino acid sequence
identity of the integrated data showed that for the majority of one-to-one ortho-
logous gene pairs our assumption that homologous genes share expression patterns
across tissues holds true. Since homology refers to genes sharing a common an-
cestor [87], it is not surprising to find orthologous genes whose sequence is highly
similar but their gene expression correlation is low. We hypothesise that these
genes have developed diverging functions in mouse and rat and a more detailed
investigation of the corresponding genes with respect to their biological function
would be a valuable next step. As noted by Pearson [87], low sequence similarity
is often observed for homologous genes. On the one hand, our observation that
there are genes with low sequence identity but high expression correlation confirms
this statement. On the other hand, some of these cases might also be caused by
erroneous sequence information. In the next chapter we will investigate whether
poor sequence annotation is an issue and how to deal with it.



Chapter 4

Exploiting orthology and de novo
transcriptome assembly to refine
target sequence information

The content of this chapter was partially published in:

J. F. Sollner, G. Leparc, M. Zwick, T. Schénberger, T. Hildebrandt,
K. Nieselt and E. Simon. Ezploiting orthology and de novo transcrip-
tome assembly to refine target sequence information. BMC Medical
Genomics 2019: 12, 69

I implemented the Nextflow pipeline, performed the analyses and wrote the paper.
G. Leparc designed the prototype of the underlying method. G. Leparc and M.
Zwick provided advice regarding the implementation. M. Zwick reviewed the
paper. T. Schonberger prepared the cynomolgus monkey samples. T. Hildebrandt
directed the RNA preparation and sequencing of the samples and was involved in
the design of the cynomolgus monkey study. K. Nieselt and E. Simon supervised
the study and edited and reviewed the paper.

4.1 Background

Before a compound can proceed into the clinics where it is tested in humans, it
has to prove its efficacy and safety in non-human species throughout the drug
development process. Once a drug progresses towards the preclinical phase of
the drug development pipeline, toxicological studies are performed to assess its
safety and for dose selection. Although in vitro and in silico methods have gained
increasing interest in recent years [5,14.|34},78,182,199], it is still indispensable to
perform in wvivo testing. To prevent unnecessary animal testing and failure of
drug discovery projects in late stages of the pipeline, it is crucial to correctly
assess the compound’s activity on the target early on. Here established cellular

27
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and biochemical in vitro assays play an important role. By introducing a DNA
template of the known target protein into bacteria or cell lines, one achieves the
expression of the target protein in the host system. Errors in the introduced
sequence may, however, negatively impact the interpretability of results as the
compound’s activity is over- or underestimated, the selected dose is too high or
too low, and finally, in vivo experiments are misinterpreted.

Genes, transcript, or protein sequences are usually retrieved from public databases
like Ensembl [142], UniProt [118], and RefSeq [83] which contain information for
most model species that are of interest to biomedical research. One should, how-
ever, note that the knowledge regarding genome annotation and the availability
of reliable sequences varies greatly between different species. This is emphas-
ised by the comparison of the number of manually reviewed protein sequences
in UniProtKB/Swiss-Prot (accessed: 26/04/2018) to the number of annotated
transcripts in Ensembl (version 91). The high number of annotated transcripts
and reviewed proteins indicates that human and mouse are the two species whose
genomes have been investigated in greater detail than those of other species (see
Figure . This is easily explained by the fact that mouse is a commonly used
model species in biomedical research aiming to cure human diseases. Although
non-human primates such as cynomolgus monkey (Macaca fascicularis) and rhesus
macaque (Macaca mulatta) are important model organisms, their genomes are not
as well characterised as those of human or mouse. Interestingly, there is also very
little information available for the Chinese hamster genome even though Chinese
hamster ovary (CHO) cells are important production systems for biopharmaceut-
icals such as monoclonal antibodies. The sequence information available through
the public databases originates from a combination of sophisticated computational
pipelines and expert curation. One example is the NCBI's automated genome
annotation pipeline which builds its predicted gene models based on the align-
ment of known protein sequences, transcripts, and RNA-Seq data to a reference
genome [119]. Existing sequences from related species are also considered for in
the alignment process. This obviously results in an annotation bias as there is
more reliable information available for well characterised species, like human or
mouse, which leads to a more extensive and more trustworthy genome annotation
than in less well characterised species. Therefore, the sequence information stored
in the databases may be incomplete or erroneous [11].

There are also tools that make use of transcriptome assemblies to derive gene
models. Scipio [56], for example, aligns query proteins to a reference genome to
determine the exon-intron structure as well as splice sites in the corresponding
gene. MIKADO [131] follows a different approach, it aims to improve transcript
models by combining multiple transcriptome assemblies. Both tools focus on the
gene’s structure.

Instead of determining a gene’s overall structure, we want to reconstruct the
protein sequence of an individual target by exploiting orthology relationships and
RNA-Seq reads. Therefore, we implemented the a&o-tool. It uses RNA-Seq data
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Figure 4.1: The x-axis corresponds to the number of annotated transcripts in
Ensembl while the y-axis shows the number of manually reviewed protein sequences
in UniProtKB/Swiss-Prot that are available for some of the commonly used model
species in biomedical research. R? and the regression line emphasise the correlation
between the two numbers. CHO: Chinese Hamster Ovary cells.

from the species of interest and a bait protein sequence from a related species to
first compute a de novo transcriptome assembly and to then search the assembled
contiguous sequences that best match the bait. The target’s protein sequence is
derived by searching open reading frames (ORFs) in the best matching contig and
translating these into an amino acid sequence. A multiple sequence alignment as
well as descriptive metrics based on pairwise alignments offer the possibility to
asses the quality of the refined sequence.

We begin this chapter by investigating how many sequences are presumably poorly
annotated in five model species commonly used in biomedical research. The
general idea to use RNA-Seq data and an orthologous protein to refine such poorly
annotated sequences, is then evaluated via a reciprocal best hit BLAST approach.
RNA-Seq reads from all five species and human were assembled into tissue-specific
transcriptomes (brain, liver, and kidney) and the 20,350 manually reviewed human
protein sequences in UniProtKB/Swiss-Prot (from now on referred to as “known
human protein sequences”) were used as bait sequences. Finally, we introduce the
a&o-tool, an automated sequence refinement pipeline, and apply it to a set of
presumably poorly annotated sequences to assess its performance.
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4.2 Methods

4.2.1 Data description

The analyses in this chapter are based on paired-end RNA-Seq raw read data from
two publicly available and one internally generated data sets (see Table . For
mouse, rat, dog and pig we used data published by Fushan et al. [37] which in-
cludes samples from brain, kidney and liver. The Human Protein Atlas [128,[129]
provides human RNA-Seq data from various tissues including those available in
the Fushan et al. data. The internal data set consists of data from two cynomol-
gus monkeys (Macaca fascicularis) and contains samples from brain, kidney and
liver, amongst other tissues. Raw read data were processed the same way as in
Chapter |3 to obtain normalised expression values. For all six species—human,

Table 4.1: RNA-Seq data sets used for the analyses.

species data source ~ RNA-Seq details

human Uhlén et al. 17 x 10° reads per sample
mouse, rat, dog, pig Fushan et al. 15 x 10° reads per sample

55 x 10° reads per sample,

cynomolgus monkey internal RIN median 8.7,
2x85 bp on HiSeq3000

mouse, rat, dog, pig, and cynomolgus monkey—we retrieved manually reviewed
protein sequences from UniProtKB/Swiss-Prot (accessed on June 9th, 2018).

4.2.2 Proportion of genes to be improved

We queried all orthologous gene pairs between human and the other five species
using the biomaRt [27,28] R [93] package (version 2.32.1) with Ensembl version
92. The target and query protein sequence identities (see Figure of these gene
pairs were used to calculate the difference in sequence identity as:

Aseq id = target identity — query_identity (4.1)

The difference Aseq id was used to determine genes in the non-human species
that showed a diverging protein sequence compared to their human one-to-one
orthologue. We hypothesised that if, for example, 99 % of the orthologous protein
sequence matches the human protein but the human sequence only matches the
orthologous protein sequence in 78 % of its amino acids, the orthologous sequence
might be incomplete or contain errors. A query identity that is higher than the
target identity could, for example, indicate that the orthologous protein is too
long which may be the result of a missing stop codon.
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To estimate the number of potentially incomplete or incorrect sequences, we
computed Aseq_id for all one-to-one orthologous gene pairs between human and
the other species (mouse, rat, dog, pig, and cynomolgus monkey). A gene in the
non-human species was called “affected” if its absolute Aseq id was greater than
the species’ mean + 2 times standard deviation. We are aware that this threshold
is rather conservative. Our aim was to detect genes with the most significant

deviation from their human orthologue and based the choice of the threshold on
the distribution of Aseq_id (see Figure [A.1)).

Of course, differing protein sequences are also the result of divergence during
evolution and these cases should not be considered for further analysis. To rule
out that the difference in sequence identity reflects evolutionary events instead of
poor annotation, we filtered for genes with a high absolute Aseq id in only one
of the five non-human species, i.e., in the other four species the protein sequence
was conserved.

4.2.3 De novo transcriptome assemblies

BinPacker [65] (version v1.0) and rnaSPAdes, which is part of the SPAdes pack-
age [13] (version 3.11.1), were used for de novo assembly of tissue-specific tran-
scriptomes. Both assemblers were run with their default parameters.

We compared the two assemblers based on TransRate [107] metrics and found
that the rnaSPAdes assemblies contained a high number of contigs with less than
200 bp. These short contigs may result in the a&o-tool mainly detecting fragments
instead of entire transcripts. Together with the observation that the coverage of
known human sequences was higher with BinPacker, this led to the decision to
use BinPacker for further analyses and in the a&o-tool.

4.2.4 Evaluation of detection rates in human and related
species from RNA-Seq assemblies

As we aimed to use protein sequences of closely related species to derive the
corresponding protein sequence from the assembled transcriptome of a poorly
annotated species, we first validated this approach by using curated human
UniProtKB/Swiss-Prot and assemblies from human RNA-Seq data.

A reciprocal best hit (RBH) BLAST search (see Figure was used to determine
the best matching contig in the assembled transcriptome for a given human bait
protein. In the forward step, we determined the best matching contig by aligning
each human protein sequence to all assembled contigs (tblastn, NCBI BLAST+ [6]
version 2.7.1). In the backward search, the best hits were then aligned back to
all known human sequences (blastx, NCBI BLAST+ version 2.7.1). All BLAST
parameters were left at their default values, except for the e-value threshold which
we set to 1 x 107* to remove highly insignificant highest scoring pairs (HSPs)
from the results.
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Figure 4.2: Workflow diagram of the reciprocal best hit BLAST approach. In the
forward search all known human proteins were searched in the assembled contigs.
For each query proteins the best hit was determined and used as query in the
backward BLAST search against all known human proteins. Based on the BLAST
results the proteins with a reciprocal best hit were determined.

The detection rate, i.e., the rate of RBHs, was calculated as the proportion of
known human proteins that led to the correct human protein as the best hit in
the backward search.

We hypothesised that proteins which were not found as RBH (non-RBH) showed
a lower gene expression than those found as an RBH. To investigate this, we
compared gene expression levels of these two groups. The biomaRt R package
and Ensembl (version 92) were used to map human UniProt accession numbers to
Ensembl gene identifiers and to query orthologous Ensembl gene identifiers.

We also examined the sequence identity from the BLAST results as well as the
coverage of the human protein sequence. The coverage was calculated as the
proportion of the number of amino acids in the human protein covered by the
alignment (alignment end - start position) in relation to its length.

The detection rates were also determined for mouse, rat, dog, pig, and cynomolgus
monkey. Tissue-specific assemblies from each species were used to construct
separate databases for the forward (tblastn) search to which the known human
protein sequences were aligned. In the backward (blastx) search the best hits were
aligned to the database of all known human proteins.
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4.2.5 Generalised refinement pipeline

The reciprocal best hit BLAST approach described above was used to evaluate
whether a protein sequence from a closely related species can reliably identify
the corresponding protein in the transcriptome assembly of a species of interest.
As BLAST HSPs do not necessarily represent the entire contig and the RBH
approach requires a comprehensive set of curated protein sequences, which is
not available for most model organisms, we have implemented a generalised and
automated refinement pipeline, the a&o-tool (see Figure . For the successful
application of the a&o-tool it is crucial that the input meets two criteria: 1)
The RNA-Seq data is of high quality and originates from paired-end sequencing
of samples in which the target protein’s transcript is expected to be expressed
at reasonable levels. Alternatively, a high-quality, pre-computed transcriptome
assembly is provided. 2) A reliable orthologous protein sequence (referred to as
“bait”) is available.

If paired-end RNA-Seq reads are provided, a de novo transcriptome assembly is
generated using BinPacker (version v1.0; with the default parameters). Alternat-
ively, a pre-computed assembly can serve as the entry point for the pipeline. We
recommend to pre-compute the transcriptome assembly in case the same RNA-
Seq data are to be used for repeatedly running the a&o-tool with different bait
sequences. Firstly, the assembly process is computationally intense and secondly,
the quality of the assembly might be improved by trying different assemblers
and/or parameter settings.

The transcriptome assembly is then used as the database for a tblastn (NCBI
BLAST+ version 2.7.1) search in which the orthologous bait sequence is aligned
to the assembly. We sort the BLAST result by bitscore and e-value to determine
the best matching assembly contigs. The n best matching contigs are extracted
and their cDNA sequence is fetched from the transcriptome assembly. n is a
user-defined parameter. By setting it to n=1, only the best matching contig is
chosen, values greater than one lead to multiple hits that are processed in the
following steps of the pipeline. For assemblies derived from short-read RNA-Seq
reads, we recommend n> 1 (default: 5) as transcripts are often represented by
multiple contigs that were not combined properly during the assembly process.

We use TransDecoder [42] (version 5.2.0) to search the n resulting cDNA se-
quence(s) for open reading frames and, for each of them, we chose the translation
of the longest ORF into an amino acid sequence as the output protein.

To validate the resulting protein sequence(s), we use visualisation of a multiple
sequence alignment (MSA) as well as quantitative metrics. In the MSA we align
the resulting protein sequence(s) with the bait sequence and optional orthologous
proteins from other related species. If an annotated version of the target sequence
is available, it can also be included in the set of optional orthologues to allow for

the comparison of the annotated and the refined sequence(s). The a&o-tool uses
MUSCLE [29] (version 3.8.31) to compute and visualise the MSA.
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Figure 4.3: Schematic overview of the a&o-tool, an automated sequence refine-
ment pipeline. Dark grey boxes mark input files while light grey boxes represent
processing steps. Dashed lines indicate alternative processes. Entry points for the
pipeline are either short-read RNA-Seq data which are assembled into a transcrip-
tome or a pre-computed transcriptome assembly. The FASTA file of orthologous
sequences must contain a bait sequence which is searched in the (pre-computed)
assembly to retrieve best matching contigs. If the bait protein is from human, the
curated human UniProtKB/Swiss-Prot sequences may provided as an additional
input that is used for a reciprocal best hit BLAST search. In the resulting contigs,
ORFs are determined and translated into protein sequences. These, as well as
the orthologous sequences including the bait, are visualised in a MSA and quality
control metrics are computed. All required and optional input is provided via a
JSON file. MSA: Multiple sequence alignment; ORF: Open reading frame; RBH:
Reciprocal best hit; BLAST: Basic local alignment search tool.
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If an annotated protein sequence of the target is available, we perform two
alignments: 1) The annotated sequence is aligned to the bait protein and 2) the
refined sequence(s) are aligned to the bait protein. In both cases we compute
Aseq id. If an annotated sequence is provided, we compare the resulting Aseq id
values to determine whether the refinement has led to a decreased difference in
sequence identity. If no existing sequence is available, we only report Aseq id for
the alignment of the refined sequence(s) to the orthologous bait protein.

Nextflow [25] was used to automate the procedure described above. A configuration
file in JSON format provides all required information regarding the pipeline input
and its parameters. One can either pass the paths to the paired-end RNA-Seq
reads or the path to a pre-computed assembly. A FASTA file containing the
orthologous bait protein sequence as well as other optional sequences, which should
be included in the MSA, has to be provided.

The software required by a&o-tool (BinPacker, BLAST+, MUSCLE, and Python)
are provided via a Docker [72] container. To make the pipeline easily accessible,
we have set up a GitHub repository (https://github.com/Julia-F-S/a-o-tool) that
also includes some example data.

4.3 Results

4.3.1 Proportion of genes to be improved

The number of potentially poorly annotated genes in the five non-human species
ranged from 474 in dog (3 % of all dog genes which have one-to-one orthologues
in human) to 259 in mouse, i.e., 1.5 % of all mouse genes which have one-to-one
orthologues in human (see Figure [A.2).

4.3.2 De nowvo transcriptome assemblies

The assembly of RNA-Seq data from six species and the three tissues brain, liver,
and kidney, resulted in 18 tissue-specific transcriptomes. The mean contig length
in the human assemblies was 1,369 bases (mean across assemblies from all tissues)
and 29.2 % of the contigs (again mean across all three assemblies) contained an
open reading frame (ORF). The mean percentage of the contig covered by the
ORF was 43.1 %. Details on the quantitative metrics for all 18 assemblies can be
found in Table [A.T]
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4.3.3 Evaluation of detection rates in human and related
species from RNA-Seq assemblies

A reciprocal best BLAST search was applied to determine whether we can use
RNA-Seq data to improve or validate existing protein sequences.

In the tissue-specific transcriptomes of human, 64 % of all known human pro-
teins were detected as RBH (mean across tissues; see Figure . The average
number of genes with an FPKM > 1, a lower boundary for genes to be con-
sidered as expressed , was 14,265 (70 % of the 20,350 human proteins in
UniProtKB/Swiss-Prot). Therefore, we concluded that the majority of expressed
protein-coding genes was detected by the RBH approach.
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Figure 4.4: Percentage of all 20,350 known human proteins that had an RBH in
the respective assembly. Bars indicate the detection rate resulting from the search
with the assembled transcriptome from the individual species and tissue.

The reciprocal BLAST search with all known human sequences and the tissue-
specific transcriptome assemblies from mouse, rat, dog and pig resulted in a lower
detection rate of around 50 % (see Figure . In comparison to the search
of the known human proteins in the human assemblies, the reciprocal BLAST
search with the known human proteins and the tissue-specific cynomolgus monkey
assemblies led to an increase in detection rate of about 3.9 % (mean increase
across tissues).

To investigate our hypothesis that proteins without an RBH are not represented
in the transcriptome because they are lowly or not expressed, we compared
the expression levels of genes associated with proteins leading to an RBH and
those not having an RBH. This comparison confirmed our hypothesis (Wilcoxon



4.3. RESULTS 37

rank sum test: p-value <1 x 10~% for all tissues in all species; see Figure .
Interestingly, we observed that there are also genes associated with proteins
without an RBH that are highly expressed. A more detailed investigation of
these genes revealed that they code for multiple proteins which are represented by
different UniProt accession numbers. One example is the human GNAS complex
locus (Ensembl identifier ENSG00000087460): Its median expression in kidney is
FPKM > 330 and it is associated with the UniProt accession numbers Q5JWF2,
P84996, 095467, and P63092. We do, however, only find an RBH in the kidney
transcriptome for Q5JWF2, P84996, and 095467 but not for P63092. In summary,
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Figure 4.5: Expression levels of proteins with a reciprocal best BLAST hit (found)
and those without (notFound). A Wilcoxon rank sum test was used to determine
pairwise significance (****: p-value < 0.0001).

the reciprocal best hit BLAST analysis confirmed that an orthologous protein
sequence can be used to reliably detect the corresponding orthologous sequence in
the transcriptome assembly of a species of interest.
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4.3.4 Application of the generalised refinement pipeline

With the a&o-tool we present an automated sequence refinement pipeline that
can be used to refine or validate a target protein’s sequence (see Figure {4.3)).

An example for the successful application of the a&o-tool is the pig orthologue
of the human protein DnaJ homolog subfamily C member 11 (DJC11_HUMAN;
UniProt Accession QINVH1). In comparison to its human orthologue, the pig
sequence (Ensembl version 88, ID ENSSSCP00000003669.2) was shorter (169
amino acids missing at N-terminus) while the human sequence was well conserved
in mouse, rat, and dog (>94 % protein sequence identity). By applying the
a&o-tool, we were able to retrieve a full-length protein sequence that matched the
human protein almost perfectly. The resulting sequence was further supported
by an update of the pig sequences with Ensembl (version 90) as it matched the
sequence of ENSSSCP00000003669.3 (see Figure [4.6). To determine whether the
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Figure 4.6: Multiple sequence alignment of the human protein DnaJ homolog
subfamily C member 11 and its orthologous protein sequences in rat, mouse, pig,
and dog. pig refined corresponds to the refined sequence and pig ensembl90
is the updated pig sequence released with Ensembl 90. The figure has been
published in [110] under the Creative Commons Attribution 4.0 International
License (http://creativecommons.org/licenses/by/4.0/).

a&o-tool is able to improve the sequence information of a variety of proteins, we
applied it to the set of pig proteins that are presumably poorly annotated (see
Figure with human proteins as the orthologous bait sequences. For 73 of
the 293 proteins we did not get any result because they either did not have a
hit in the initial BLAST search or the detected contig did not contain an ORF.
The remaining 220 proteins were filtered for those having an RBH. Furthermore,
we excluded proteins from further analysis for which the query identity or the
target identity differed by more than 3 % between the values provided by Ensembl
and those derived from the alignment with the Swiss-Prot sequence. This led to
131 proteins for which we examined the results of the a&o-tool and found that a
decrease in Aseq id was achieved for 98 proteins (mean decrease: 19.5 %; see

Figure .
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Figure 4.7: The x-axis shows the difference between target and query sequence
identity, Aseq_id, and the y-axis corresponds to the number of genes with a certain
Aseq_id. Light grey bars show the distribution of Aseq_ id for all presumably
poorly annotated pig proteins, i.e., those with |Aseq_id| greater than the specie’s
mean + 2 times standard deviation. Dark grey bars show the distribution after
the application of the a&o-tool and illustrate the overall reduction of Aseq_id.

4.4 Discussion

In this chapter we investigated whether de novo assembled transcriptomes from
paired-end RNA-Seq data and an orthologous protein sequence can be used to
reliably identify the corresponding sequence in a species of interest. Furthermore,
we introduced the a&o-tool, an automated pipeline to refine or validate incomplete
or erroneous protein sequences by exploiting orthology and de novo transcriptome
assembly:.

The evaluation of detection rates in a reciprocal best hit BLAST search using
human protein sequences and de novo assembled tissue-specific transcriptomes
from a variety of species—human, mouse, rat, dog, pig, and cynomolgus mon-
key—showed that this approach leads to high detection rates which are in line
with the proportion of expressed proteins. The Human Protein Atlas webpage, for
example, states that 59 % of all examined proteins are expressed in liver, 68 % in
kidney and 74 % in brain |2].
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When interpreting the hit rates in the RBH analysis, one should keep in mind
that UniProtKB/Swiss-Prot typically does not contain all isoforms of a gene, i.e.,
it is a simplified collection that does not appropriately account for the fact that
most genes have several isoforms that are often expressed tissue-specifically. Fur-
thermore, most sequences that were not detected corresponded to lowly expressed
gene. These two reasons may explain the slightly lower hit rates in comparison to
the expected number of expressed genes.

It should also be noted that, although UniProtKB/Swiss-Prot contains a compre-
hensive set of well curated human proteins, it does not represent an exhaustive
set of all human proteins. Pertea et al. [90] have analysed the GTEx [117] data
and, as a result, released a new gene and transcript catalogue that adds roughly
1,000 protein-coding genes to those present in UniProtKB/Swiss-Prot.

We observed differences in the achieved hit rates depending on the source of the
RNA-Seq data used for the assembly. The highest hit rates were obtained with
the cynomolgus monkey assemblies followed by human. In the four species for
which sequencing data were published by Fushan et al. (mouse, rat, dog, and
pig), we saw the lowest proportion of RBHs. These differences are probably due
to varying quality of the input RNA used for sequencing and the resulting read
quality. The RNA from cynomolgus monkey had an RNA integrity number (RIN;
median across samples) of 8.7 and 4.96 x 107 sequencing reads were uniquely
mapped to the reference genome (median across samples). With a median RIN of
7.5 the quality of the Fushan data for mouse, rat, pig, and dog was significantly
lower and as a result only 1.36 x 107 (median of per species medians) reads were
uniquely mappable. We did not have RIN values for the Human Protein Atlas
data but with 1.15 x 107 the number of uniquely mapped reads (again median
across samples) was even lower.

The RBH analysis also led to the conclusion that using human proteins as bait
sequences is a valid approach if one does not have access to a reliable sequence
from a more closely related species. We do, however, recommend to choose the
bait protein from a species with minimum evolutionary distance to the species of
interest to rule out that the sequence is missed due to evolutionary divergence.

Here we used short-read RNA-Seq data for de novo transcriptome assembly. One
should bear in mind that, due to the inherent properties of short-read sequencing
data, the contigs in the assembled transcriptome do not necessarily correspond
to full-length transcripts. This may lead to the identification of a contig which
belongs to the correct transcript but which is too short. As a result, the contig
cannot be translated into a complete protein sequence because, for example, the
initiation codon is missing. Another scenario one might be faced with is that the
resulting protein is too long due to 5 UTRs containing initiation codons that
belong to upstream open reading frames |136].

To solve these two issues, we suggest to remove short contigs or ones hardly covered

by reads from the assembly by adding a filtering step to the a&o-tool. One could
also replace or combine the short-read RNA-Seq data with long-read data from,
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for example, PacBio or Oxford Nanopore sequencing. These platforms generate
supposedly full-length transcripts and could therefore eliminate the error-prone
assembly step.

Regarding the application of the a&o-tool to targets from families of highly similar
proteins, we advise special caution when interpreting the results. For similar bait
proteins our tool might identify the same contig as best match and thus return
the same translated sequence for different members of a protein family.

After the thorough evaluation of the general approach behind the a&o-tool,
we applied the tool to all pig genes that were found to be potentially poorly
annotated. We observed a shift of the median difference in sequence identity
towards 0. Therefore, we concluded that, for the majority of proteins, the sequence
information could be improved and that the target-centric a&o-tool facilitates
target identification and validation.

Finally, it may be concluded that RNA-Seq data and orthologous protein sequences
from closely related species can be used to improve or validate protein sequences
in species with poor annotation. With the a&o-tool we automated this approach
and provide a tool that can be easily incorporated at different stages of the drug
development process.



Chapter 5

A pilot study for the comparison
of long- and short-read RNA-Seq
data

5.1 Introduction

In recent years long-read sequencing technologies, such as those developed by
Pacific BioSciences and Oxford Nanopore, have gained increasing attention for
genome and transcriptome sequencing. While Illumina’s short-read sequencing
has become very cost-efficient and easily accessible, it currently only generates
a maximum read length of 300 bp [51]. In case of RNA-Seq this is sufficient
for quantitative gene expression analysis but in order to investigate transcript
sequences and alternative splicing events, the reads first have to be assembled
into contiguous sequences that ideally correspond to the whole transcripts. The
quality of the resulting genomic or transcript sequences depends on the chosen
assembler and may suffer from assembly errors. With PacBio’s Sequel systems
performing single-molecule real-time sequencing, an average read length of 46 kb
is achieved [84]. Especially in case of RNA sequencing, this drastic increase in
read length has revolutionised the field, as it is now possible to sequence entire
transcripts and the assembly step is rendered obsolete for basically all transcripts.
For example, protein-coding rat transcripts annotated in Ensembl version 92 had
a mean length of 2,254 bp and a maximum length of 25,658 bp.

There are already numerous studies that investigate alternative splicing on single-
gene |16{127] or whole-transcriptome level using long-read sequencing. For example,
Anvar et al. [9] have used the human breast cancer cell line MCF-7 and three
human tissues to examine the interplay of transcription initiation, splicing, and
polyadenylation. While the majority of long-read sequencing technologies are
primarily applied within the research community, they are slowly advancing to
clinical applications [7].

42
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In this chapter we present the results of a pilot study comprising one rat liver
sample which has been sequenced on PacBio’s Sequel system. To assess the quality
and compare results between long- and short-read sequencing, we also sequenced
this sample, as well as additional samples, on an Illumina NextSeq500. The main
questions we wanted to answer with this pilot study were, 1) how many of the
annotated transcripts are detected, 2) how do the detected sequences compare
to well-curated data, 3) are the PacBio sequences supported by short-read data
and if yes, how well, 4) are lowly expressed transcripts detected with long-read
sequencing?

5.2 Methods

5.2.1 PacBio and Illumina RNA-Seq data

For this study, samples were collected from three tissues (brain pre-frontal cortex,
kidney cortex and liver) from four male Brown Norway rats. All 12 samples were
split into aliquots for short-read sequencing with Illumina. These aliquots were
sequenced on a NextSeqb00 to obtain paired-end reads with a read length of 76
bases. For the long-read sequencing on a PacBio Sequel, a pilot study with just
one liver sample (sample id 677 _3) was conducted.

PacBio reads were processed with SMRTLink (v6.0.1) and the Ensembl Rattus
norvegicus reference genome (Rnor_6.0) according to the PacBio Iso-Seq protocol
(see Figure ) by the sequencing laboratory ¢.ATG. The report also contained
some information generated during the sequencing process. For example, the
SMRT cells were loaded using the diffusion method with 4 nM and a movie time
of 600 min was used. Furthermore, the following statistics on the productivity of
the zero-mode waveguides were provided: PO refers to the percentage of ZMWs
which did not produce a polymerase read, P1 is the percentage of ZMWs that
produced exactly one polymerase read and P2 is the percentage of ZMWs which
produced inconsistent signals.

A Boehringer in-house RNA-Seq pipeline was used to process the Illumina
reads. Quality control of FASTQ files was performed with FastQC [15] (ver-
sion v0.11.5). Samples were aligned to the Ensembl Rattus norvegicus reference
genome (Rnor_6.0) using STAR [26] (version 2.5.2b). The resulting BAM files
were subjected to further quality control with picardmetrics [106] (version 0.2.4).
dupRadar [104] (version 1.2.2) was run to assess duplication rates. Duplicated
reads were, however, not removed.

The BAM files were sorted with SAMtools [4] (version 1.7) and transcripts were
quantified with RSEM [64] (version 1.3.0) to obtain their expression as transcripts
per million (TPM) and fragments per kilobase million (FPKM). In addition to
RSEM, featureCounts from the subread package [108] (version subread-1.5.1) was
used to summarise read mappings. Based on the variance-stabilised counts we
performed a principal component analysis (PCA) using DESeq2 [66] to detect
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potential outliers and investigated the distribution of expression values.

As the liver samples showed a high number of lowly expressed genes, we used the
independent rat data published by Fushan et al. [37] to determine liver-specific
genes according to the following specificity score (unpublished work by Eric
Simon): Given a set of tissues T of length ¢ and a vector of gene expression values
e = [e1, ey,...,6] we computed the arithmetic mean expression across all tissues

as:
t

i=1€i
= = 5.1
1 ; (5.1)

The specificity vector, spec is then computed as:
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spec; =
Where each element is the tissue-specificity of the gene for tissue; € T. To
determine whether a gene is specifically expressed in a tissue one could either
define an arbitrary threshold or use the tissue with the highest specificity score
among the examined ones. Later in this chapter, we are going to use the latter
approach as we did not want to rely on an arbitrarily chosen threshold.

5.2.2 Comparing PacBio isoforms to the rat genome

SQANTI [114] was applied to compare PacBio isoforms to the Ensembl reference
genome (Rnor_6.0) and the corresponding annotation. The tool first maps the
PacBio isoforms to the provided reference genome using GMAP [138] to determine
splice junctions. These detected splice junctions are then compared to annotated
splice junctions and transcripts are classified into structural categories accordingly
(see Figure [5.1)). Full splice matches (FSM) are transcripts that perfectly match
a reference transcript with respect to its splice junctions. An incomplete splice
match (ISM) is a fragment of an annotated transcript, i.e., it matches parts of the
reference perfectly but does not contain all splice junctions. If PacBio isoforms
can be mapped to a reference gene but use known splice junctions to form an
unknown transcript, they are classified as novel in catalogue (NIC). In case an
unknown transcript of an annotated gene arises from splice junctions which are
not annotated, the PacBio isoform is referred to as novel not in catalogue (NNC).
Then there transcripts which are referred to as “novel genes”. These are further
classified into: Genic Intron (lying in a gene’s intronic region), Genic Genomic
(overlapping intronic and exonic region), Intergenic (located between to genes),
Fusion Transcripts, and Antisense (matching the complementary sequence of an
annotated gene).
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Figure 5.1: SQANTTI transcript classification. FSM: Full splice match, ISM:
Incomplete splice match, NIC: Novel in catalogue, NNC: Novel not in catalogue, SJ:
Splice junction. This figure is part of Figure 1 in Tardaguila et al. [114] which has
been published under the creative commons license 4.0 https://creativecommons.
org/licenses/by/4.0/legalcode.

We also compared the number of transcripts per gene derived from SQANTI
results to that from [llumina RSEM results and investigated alignments using the
Integrative Genomics Viewer (IGV) [96,120] (version 2.3.98).

5.2.3 Comparing PacBio isoforms to known sequences
from rat and human

We aligned the PacBio isoforms to all rat and human protein sequences in
UniProtKB/Swiss-Prot and the larger set of rat and human ¢cDNA sequences
available in Ensembl. In both cases a Nextflow pipeline performing a reciprocal
best hit BLAST approach was used. PacBio isoforms were aligned to the human
amino acid sequences with blastx and to nucleotide sequences with blastn. The
best hits were then aligned back to the set of PacBio isoforms using tblastn
(proteins) or blastn (transcripts). All BLAST parameters, except for the e-value
threshold which was set to 1 x 1074, were used with their default values implemen-
ted in NCBI BLAST+ version 2.7.1. The results were investigated with respect to
whether a reciprocal best hit was found as well as the sequence identity of BLAST
HSPs and the coverage of the query sequence. Furthermore, we incorporated the
results from SQANTTI to compare the expression between isoforms which had a
reciprocal best hit and those which did not. We also contrasted the classification
of isoforms into known and novel genes/transcripts with their RBH property.
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5.2.4 Comparing PacBio and Illumina data
Mapping rates

[llumina reads obtained from sample 677 3 were assembled with StringTie [89]
using the BAM file generated by STAR in the in-house RNA-Seq pipeline and
the Ensembl 92 reference annotation. As a result, StringTie generates a GTF file
containing annotated and novel features. For PacBio isoforms such an annotation
file was produced by SQANTI. Using gffcompare [88] (version 0.11.2) we compared
both GTF files to the Ensembl reference annotation and retrieved sensitivity and
precision values at several levels, e.g., base, exon, and intron level. We did not set
the -R option of gffcompare, therefore, the sensitivity values were not adjusted, i.e.,
reference genes not supported by any data were also included in the calculations.

Coverage of PacBio isoforms by Illumina reads

To compare the data we obtained from the Illumina sequencing runs to those
from PacBio sequencing, we merged all FASTQ files from the four liver samples
and mapped them to the PacBio isoforms using STAR. Each PacBio isoform was
considered to be a reference sequence, i.e., a “chromosome”. We applied SAMtools
to index the resulting BAM file and computed the number of mapped reads per
reference sequence.

We applied the same procedure to the Illumina reads from the single liver sample
677 3 to get a direct comparison between Illumina and PacBio data obtained
from the same sample. Furthermore, we also aligned the short reads from kidney
and brain to the PacBio isoforms to assess whether their coverage of the PacBio
liver isoforms differs from that with short-read data from liver.

Detection limit

To get an idea for the expression threshold sufficient for detecting a transcript
with PacBio sequencing, we compared transcript expression, based on RSEM
results, between transcripts that were associated with a PacBio isoform and those
that were not.

Overlap of detected transcripts

We compared the set of transcripts associated with PacBio isoforms by SQANTI
to the set of transcripts expressed based on RSEM results of short-read data. A
transcript was considered to be expressed if its FPKM was greater than 5.



5.3. RESULTS 47

5.3 Results

5.3.1 PacBio and Illumina RNA-Seq data

The productivity statistics of the ZMWs (see Table showed that the library
was overloaded, i.e. a high number of ZMWs contained more than one molecule.
Overloaded ZMWs produce inconsistent signals because multiple polymerase-
template complexes are in the same ZMW and/or there is high background signal.
In summary, 40% of ZMWs produced a polymerase read.

In total we obtained 4.5 million filtered subreads that were processed with SMRT-
Link and eventually led to 8,106 error-corrected PacBio isoforms. Details on the
results of intermediate processing steps can be found in Table [A.2]

Table 5.1: Productivity metrics of the Sequel run as provided by the sequencing
facility. PO, P1 and P2 refer to the productivity category which is described in the

column “description”. “value” corresponds to the percentage of all ZMWs that fall
in the respective category. The column “ideal” provides reference values for each

category.
productivity  value [%] ideal description
PO 3.965 P2>P0 ZMWs which did not produce a polymerase
read
P1 39.893 30-45 ZMWs which produced a polymerase read
P2 56.142 < 10 ZMWs which produced inconsistent signals

(multiple polymerase-template-complexes,
high background signal)

[lumina samples had an average of 30 million reads of which more than 85 %
were uniquely mapped to the reference genome (see Table . Only one kidney
sample (677_8) had fewer (74 %) uniquely mapped reads. In the PCA, samples
clustered by tissue (see Figure . Interestingly, the liver samples formed a
cluster which was very distinct from the other tissue clusters in PC1. Their
distribution of TPM expression values also differed from those of kidney and
brain (see Figure and revealed that liver samples had a high number of
lowly expressed transcripts. To determine whether this reflected a batch effect
or a true biological difference, we compared all Illumina samples to the rat data
published by Fushan et al. [37] (see Chapter |4) and found that the pattern of
liver samples forming a separate cluster which is very distinct from the cluster
consisting of kidney and brain samples, was confirmed by a correlation analysis
(see Figure . By computing the tissue specificity score defined in Equation
for each gene with an expression above the detection limit of 1 TPM [2], we
determined 2,146 genes with the highest specificity score in liver. Comparing the
distribution of expression levels of these genes across all 12 Illumina samples (see
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Figure , showed that the median expression of liver-specific genes was higher
in liver samples than in brain or kidney samples (t-test p-value: 3.54 x 10728).
Hence, we concluded that the higher number of lowly expressed genes was not
due to technical issues and the data were suitable for further analyses.

5.3.2 Comparing PacBio isoforms to the rat genome

The reference genome and available annotation are valuable resources when
characterising isoforms obtained with PacBio long-read sequencing. By aligning
the candidate isoforms to an annotated reference one can, for example, assess
how many isoforms map to known genes and how many are not present in the
annotation. The analysis of the 8,106 PacBio isoforms with SQANTI showed
that 7,475 PacBio isoforms were mapped to a set of 4,363 annotated genes. 631
PacBio isoforms could not be mapped to an annotated gene, however, 99 of
them mapped to the complementary strand of a known gene. SQANTTI uses the
term “novel gene” to refer to a genomic locus without an annotated gene but
mapping PacBio isoforms, i.e., several PacBio isoforms can be assigned to the
same novel gene. Thus, more than 50 % of all 8,106 PacBio isoforms matched an
annotated transcript, either in all splice junctions or a subset of splice junctions.
The majority of those in the FSM and ISM category contained an open reading
frame (ORF) and were thus predicted to be protein-coding (see Figure [5.2)). We
also investigated the number of transcripts per gene, both for long- and short-read
data (see Figure , and found that PacBio sequencing led to more genes with
multiple transcripts. In particular, genes with five and more transcripts were
almost exclusively detected in the PacBio data. To examine these genes in greater
detail, we looked at the alignment of the 12 genes with more than 10 transcripts
and observed an interesting pattern. In eight out of 12 loci, the length of the
PacBio isoforms declined successively at the 5’ end while they were identical in
the retained parts of the sequence (see Figure for an example). We think that
these are artefacts.

5.3.3 Comparing PacBio isoforms to known sequences
from rat and human

Since the annotation of the rat genome is incomplete and contains errors (see
Chapter , we aligned the PacBio isoforms to all rat/human protein sequences in
UniProtKB/Swiss-Prot and the larger set of rat/human cDNA sequences available
in Ensembl.

The reciprocal best hit BLAST search of the PacBio isoforms with all rat proteins
in UniProtKB/Swiss-Prot led to 79.2 % of the isoforms being part of an HSP
and 35.2 % of all PacBio isoforms having an RBH (see Table [5.2). Using human
instead of rat protein sequences raised the number of PacBio isoforms resulting in
an HSP by more than 10 % to 89.8 %. With 51.2 % RBH isoforms, there were also
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Figure 5.2: Distribution of structural categories identified by SQANTI. FSM: Full
Splice Match, ISM: Incomplete Splice Match, NIC: Novel in Catalogue, NNC: Novel
Not in Catalogue. The opacity reflects the proportion of transcripts predicted to

be protein-coding in each category. The figure was created with minor adaptations
using the original SQANTT [114] code.

almost 16 % more isoforms having an RBH in human UniProtKB/Swiss-Prot than
in rat UniProtKB/Swiss-Prot. When we looked at the number of RBHs in relation
to the number of proteins with a hit in the forward BLAST search, i.e., those we
can actually find in the backward search, 44.5 % (rat) and around 80 % (human)
were found. Further relaxing the constraints such that the PacBio isoform does
not have to be the best hit in the backward search but only a significant one,
yielded a hit rate of 57.3 % of all isoforms and 72.3 % of initially hit isoforms for
rat. Using human sequences again led to an increase in both hit rates, 74 % of all
isoforms and 82.4 % of initial hits had an RBH.
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Figure 5.3: Comparison of the number of transcripts per gene between PacBio
and Illumina. For the Illumina counts we only considered transcripts with an
FPKM>5.
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Figure 5.4: Alignment of PacBio isoforms to the rat genome at the C3 gene
locus (chr9:9721105-9747167) as an example to illustrate PacBio artefacts. The
gene’s annotated exon-intron-structure is shown at the bottom. The aligned PacBio
isoforms are drawn in the panel in the middle and the barplot on top of the middle
panel summarises the coverage.
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Table 5.2: Results of the reciprocal best hit BLAST search. The columns
“query” and “DB” correspond to query and database in the forward BLAST
search, respectively. “pb_iso” stands for PacBio isoforms, “sp” indicates that
UniProtKB/Swiss-Prot sequences were used, “ens95” means that sequences came
from Ensembl, and the abbreviations “rn” and “hs” denote the species. “iso” is the
percentage of rat PacBio isoforms being part of an HSP in the forward BLAST
step. “RBH__iso” is the number of reciprocal best BLAST hits in relation to the
total number of query sequences while “RBH__init” corresponds to the number of
reciprocal best BLAST hits in relation to the number of initial hits in the forward
search. “bf ab iso” and “bf ab_init” are the number of isoforms whose best hit
in the forward search leads to the isoform as a hit (not necessarily the best one) in
the backward search, divided by the number of isoforms or the number of initial
hits.

query DB iso RBH iso RBH init bf ab iso bf ab init
[%0] %] [%%] [%%] %]
pb_iso Sp_ rn 79.20 35.25 44.50 57.28 72.32

pb_iso sp_ hs 89.80 51.16 56.97 73.96 82.36

pb_iso ens9b rm  97.27 55.37 56.92 80.58 82.84
pb_iso ens95 hs 78.32 49.19 62.80 68.52 87.48

Sp_rn sp_ hs NA NA 95.43 NA 98.38
ens95 rm  ens95 hs NA NA 66.05 NA 90.26

Since UniProtKB/Swiss-Prot contains protein sequences, it does not reflect the
entire transcriptome. To allow for the detection of non-coding isoforms, we
also performed the reciprocal best hit BLAST approach with the set of cDNA
sequences in Ensembl. Using rat Ensembl sequences led to higher numbers in all
measured categories in comparison to the search against rat UniProtKB /Swiss-
Prot sequences. 97.3 % of PacBio isoforms had an initial hit in the forward
BLAST step and more than 82 % of them had an RBH. Interestingly, the number
of initial hits decreased by more than 10 % when aligning PacBio isoforms to
human cDNA instead of protein sequences. This might be due to a higher number
of similar transcripts per gene in the Ensembl data set compared to the number
of proteins in the UniProtKB/Swiss-Prot data set. As a result, all other numbers
corresponding to a percentage of all PacBio isoforms declined. Those relating
to the number of initial hits increased by about 5 %. We also compared the rat
cDNA sequences from Ensembl to the protein sequences in UniProtKB /Swiss-Prot
to get a theoretical upper limit for the number of hits to expect. Practically, this
number cannot be reached because not all genes are expressed at the same time
in a given tissue. Furthermore, the sets of sequences retrieved from the databases
are not complete, so the numbers of hits we obtained are only an estimate for
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the theoretical upper limit. In case of the UniProtKB/Swiss-Prot sequences a
reciprocal best hit rate of 95.4 % was observed and 98.4 % of the rat proteins had
a significant reciprocal hit. When comparing the rat Ensembl sequences to those
in human one gets 66 % reciprocal best, and 90.3 % reciprocal hits.

Since the reciprocal best hit BLAST search of PacBio isoforms and the set of
well-curated human protein sequences in UniProtKB/Swiss-Prot led to almost
90 % of isoforms having an initial hit of which 57 % had a reciprocal best hit, we
decided to proceed with the analysis based on this comparison.

A more detailed investigation of the BLAST results of the reciprocal best hits
showed that the coverage of query isoforms by their corresponding HSP varied
heavily, both in the forward and the backward search (see Figure [5.5A). The
majority of PacBio isoforms were, however, covered well (see Table [5.3|for quantiles
of the distribution). The pairwise alignments of the HSPs had an overall high
number of matches (see Figure and Table [5.3)).

Table 5.3: Quantiles of coverage and sequence identity from the RBH search of
PacBio isoforms and human proteins. Coverage refers to the percentage of the
PacBio isoform covered by the HSP and sequence identity is the percentage of
matches in the alignment. The forward search is that aligning PacBio isoforms to
human proteins and in the backward step best hits from the forward search are
aligned back to PacBio isoforms.

min 1% quartile median 3"¢ quartile max
coverage (forward) 2.34 40.74  58.87 7473 98.74
coverage (backward)  2.34 40.78  58.88 74.81  98.38
identity (forward) 32.34 82.44  90.29 96.11 100.00

identity (backward) 32.34 82.47 90.32 96.13 100.00
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Figure 5.5: Distribution of the percentage of the PacBio transcript covered by
the HSP (A) and the percentage of matches in the HSP alignment (B). Only data
of reciprocal best hits is shown. The dark grey histogram results from the search
of PacBio isoforms in human UniProtKB/Swiss-Prot (forward). The light grey
histogram reflects the distribution based on the search of best hits from the forward
step in the set of all PacBio isoforms (backward).

SQANTT provided us with an Ensembl gene as well as transcript identifier for all
PacBio isoforms which were successfully aligned to the rat genome. Using these
identifiers we compared the expression of isoforms having a reciprocal best hit in
our search of PacBio isoforms in human UniProtKB/Swiss-Prot sequences and
those which did not lead to a reciprocal best hit (see Figure . Even though
the visual difference between the tissues in the two groups is not very pronounced,
pairwise Wilcoxon rank sum tests revealed that all tissues, except for kidney
on the isoform expression level, showed a significantly different mean expression
between the RBH and the notRBH isoforms (significance level: 0.05).

We hypothesised that the set of isoforms not leading to an RBH contains more
novel genes and transcripts than those having a reciprocal best hit. Investigating
both sets of PacBio isoforms with respect to the gene and transcript categories into
which SQANTI classified them (see Table [A.4]), showed that there are more novel
genes and transcripts among the notRBH isoforms than in the RBH ones. A two-
sided Fisher’s exact test confirmed that the RBH category and the gene/transcript
categories are not independent (gene category p-value: 2.8 x 107!47; transcript



54 CHAPTER 5. PACBIO PILOT STUDY
tissue E brain_prefrontal_cortex - kidney_cortex E liver
A gene expression B isoform expression
<2.2e-16 <2.2e-16
[ 1 | 1
| 0.014 | 0.15 |
20 0.005 20 6.1e-05
[ . ° 1 . ° [ . ° 1 .
. [} . $ s o
© L ©
< 10 2 10
() ()
+ E +
z 5
= 0 H Y M
(aV] A
)] )] 8
S I H : S |
[ ] [
-10 -10
-20 ° ° ° ° ° ° -20 ° o o ] o o
notRBH RBH notRBH RBH

Figure 5.6: Expression levels of genes (A) and transcripts (B) associated with
PacBio isoforms having a reciprocal best hit (RBH) and those without one (notRBH)
in the BLAST search of PacBio isoforms in human UniProtKB/Swiss-Prot.

category p-value: 2.0 x 1071%5). The 22 PacBio isoforms classified as novel by
SQANTI but having a reciprocal best BLAST hit when searched in human
UniProtKB /Swiss-Prot proteins were of particular interest. We therefore investig-
ated these further by looking at their alignments to the rat reference genome. In
eight cases there is an annotated gene in RefSeq to which the respective PacBio
isoform matched well. Nine isoforms are supported by Illumina reads and we
therefore suspect they are genes which are missing in the Ensembl annotation.
Five isoforms seem to be artefacts because they were of poor quality, i.e., they con-
tained many insertions, deletions and mismatches, and were mostly not supported
by [llumina reads.

5.3.4 Comparing PacBio and Illumina data
Mapping rates

We have examined the alignment to the reference genome, both for PacBio and
[lumina data, with respect to sensitivity and precision at several levels (see
Table . On average, the sensitivity obtained with the short-read data was 34 %
higher than that achieved with long-read data. This means that more annotated
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features (exons, transcripts, loci etc.) were detected with Illumina than with
PacBio. The precision, i.e., the proportion of annotated features in the set of
input features, achieved with both sequencing technologies was comparable (mean

difference of 8 %).

Table 5.4: Sensitivity and precision at several levels achieved with Illumina and
PacBio when comparing the data to the reference genome. The intron chain level
refers to the intron-exon structure excluding the terminal exons. The transcript
level is a more stringent version of the intron chain level as it also requires matching
terminal exons (max. 100 differing bases at the outer boundaries).

Illumina PacBio

sensitivity precision sensitivity precision

Base level 54.9 74.1 15.4 71.5
Exon level 52.4 88.6 16.3 82.6
Intron level 55.3 95.8 18.3 93.3
Intron chain level 40.3 64.4 10.0 42.7
Transcript level 37.1 53.7 7.5 379
Locus level 38.1 59.6 9.2 61.3

Coverage of PacBio isoforms by Illumina reads

To assess whether the long-read data is supported by short-read data, we aligned
[lumina reads to PacBio isoforms. A sanity check for the alignments was performed
by examining the distribution of the number of mapped reads when aligning
[Nlumina reads from different tissues to our long-read liver data. As expected,
we found that the alignment of the Illumina reads from liver samples yielded
the highest fraction of mapped reads (Figure . The results from aligning
reads from sample 677 3 and the merged liver samples to PacBio isoforms were
investigated in greater detail.

In the single sample case, 53 PacBio isoforms were not covered by any Illumina
read and 36 of them were classified as novel transcripts by SQANTI. Using the
merged liver samples decreased these numbers to 19 not covered isoforms (10 novel
transcripts). In both cases none of the isoforms had a reciprocal best BLAST hit
when compared to human UniProtKB/Swiss-Prot sequences. A comparison of the
number of isoforms per locus (based on SMRTLink processing) between isoforms
to which no Illumina read was mapped and those covered by short reads, showed
that isoforms which were not covered, belonged to loci with a higher number of
isoforms. The 19 PacBio isoforms not covered in the alignment of merged liver
reads to PacBio isoforms are from loci with an average of 14.20 isoforms while
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the rest of the isoforms come from loci with an average of 1.64 isoforms (t-test
p-value: 1.7 x 1072). As we saw earlier in this chapter (see section [5.3.2)), most of
these isoforms are probably artefacts.

For the nine isoforms not covered by Illumina reads but successfully mapped to
the reference, we also compared reference transcript length and the number of
exons and found that they were associated with longer transcripts (t-test p-value:
1.5 x 107?) which contain more exons (t-test p-value: 8.6 x 107°). This was also
confirmed by the data from the single sample alignment, though less pronounced
(data not shown).

When we investigated the expression of genes associated with highly, lowly (exclud-
ing not covered) and not covered isoforms we saw that the highly covered isoforms
corresponded to highly expressed genes while those with few mapped Illumina
reads corresponded to genes with lower expression (see Figure . Interestingly,
those not covered mapped to genes with even higher median expression than those
highly covered with short reads. In case of lowly and highly covered isoforms we
did not observe a difference between the single sample 677 3 and the merged
liver samples. Merging the liver samples did, however, reduce the number of not
covered isofoms and it emphasised the fact that isoforms to which not a single
[Nlumina read mapped, were associated with highly expressed genes.
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Figure 5.7: Expression of genes associated with PacBio isoforms based on short-
read data for PacBio isoforms highly, lowly and not covered by Illumina reads
(either from sample 677__3 only or from the pool of all liver samples). High and low
coverage was defined using the 3"¢ and the 15 quartile. Lowly covered isoforms do
not include those with zero mapped reads.
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Detection limit

One of the main questions we wanted to answer with this pilot study, was which
expression level is required for a transcript to be detected by long-read sequencing.
A comparison of the expression based on the short-read data from sample 677 3,
showed that genes to which a PacBio isoform was mapped had a median TPM
of around 30 while those without a matching PacBio isoform had significantly
lower expression levels (see Figure . There were 27 transcripts which had an
associated PacBio isoform but an expression of 0.

o
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Figure 5.8: Comparison of gene expression between genes to which a PacBio
isoform was mapped and those without an associated isoform.

Overlap of detected transcripts

Based on the analysis of PacBio isoforms with SQANTI, we compared the set of
associated transcripts to that of expressed genes detected with Illumina data (see
Figure . Interestingly, there are more transcripts detected by only one of
the two platforms than ones detected by both. Especially the set of transcripts
only detected with Illumina appears to be quite large. A look at the expression of
these transcripts compared to those found by both technologies, showed that they
mainly correspond to lowly expressed transcripts (see Figure .
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between transcripts detected with PacBio and Illumina and those
only detected with Illumina.

Figure 5.9: Overlap of transcripts detected with PacBio and Illumina.

5.4 Discussion and outlook

In this chapter the results from a pilot study were presented in which rat liver,
brain and kidney samples were examined with the aim to compare short- and
long-read transcriptomic data. All samples were sequenced with [llumina to obtain
short-read data and one liver sample was sequenced using PacBio’s Sequel system
to generate long reads.

During the initial quality control of the short-read data we noticed that the liver
samples had a high number of lowly expressed genes. Since Yu et al. |141] also
found that liver and muscle had the lowest numbers of expressed genes (FPKM
> 1) and we observed this in other data sets, we were confident that this was
not a technical batch effect. Also, our primary aim was to use these data to
confirm isoforms which were detected with PacBio’s long-read sequencing and
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not to compare expression between tissues, therefore, we did not expect the high
number of lowly expressed genes to negatively impact our results.

From the productivity values of the Sequel run we concluded, that the SMRT
cells were overloaded (high P2). Although the 40 % of ZMWs that produced
one polymerase read (P1) was within the ideal range provided by the sequencing
laboratory (30-45 %), it appeared quite low in comparison to recommendations
by the developer of the Iso-Seq pipeline, Elizabeth Tseng [84}/123] (50-75 %).
Therefore, the productivity of our run was not optimal but it should not impair the
results of our study (personal communication with David Stucki, Senior Scientist
at PacBio). In her presentation [84], Elizabeth Tseng provided additional reference
numbers obtained from processing human data from a “best case” scenario with
the IsoSeq3 pipeline. The number of CCS (264,467 vs. 572,406) as well as the
number of full-length reads (234,476 vs. 430,257) also seemed rather low. The
percentage of full-length reads was, however, comparable to the number provided
in Tseng’s presentation (88 % and 75 %, respectively). Of course, one has to keep
in mind that the values used as a reference stem from an ideal sequencing run
using samples from another species.

After clustering full-length reads, the IsoSeq3 pipeline polishes the resulting
isoforms to generate consensus sequences that are split into high and low quality
isoforms. Both have > two full-length read support but high quality isoforms
have an accuracy of >99 % while the accuracy of low quality isoforms is less than
99 % |126]. Since we observed more low quality isoforms than expected for the
IsoSeq3 protocol (personal communication David Stucki), we had a high number
of polished isoforms with low predicted accuracy. Here, one should, however, keep
in mind that a hard cut-off of 99 % is used and isoforms with an accuracy of
98.9 % are already classified as having low quality.

When we investigated the alignment of PacBio isoforms to the reference genome,
we observed a number of loci with enrichment in isoforms that successively declined
in length. Initially, we expected them to be merged during the clustering step in
the IsoSeq pipeline. Their difference at the 5 end was, however, too big for them
to be identified as the same isoform since the IsoSeq3 pipeline clusters full-length
reads by considering two reads to be the same isoform if their: 1) difference at
5 end is <100 bp, 2) difference at 3’ end is <30 bp and 3) gaps in exons are
<10 bp with no limit on the number of gaps [126]. These successively shorter
isoforms could be either due to alternative transcription start sites, incomplete
reverse transcription |[134], or RNA degradation. For the latter to be ruled out, a
5" cap selection would have to be done to correctly determine transcription start
sites and hence ensure that transcripts are really full-length. This would probably
reduce the already low number of detected isoforms but it may also increase the
chances of finding transcripts with lower expression since less reads are used for
these truncated transcripts.

Another approach would be to simply remove the redundant isoforms by either
using the longest representative or collapsing them [62,124}|133}|134]. A validation
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of PacBio transcripts with PCR, performed by the authors of SQANTI, showed that
it is generally advisable to apply further filtering steps to the IsoSeq output [114].
SQANTT also includes a classifier which uses FSM transcripts (positive class) and
NNC transcripts with noncanonical splice junctions (negative class) derived from
the input to remove artefacts. Unfortunately, the thorough evaluation of this
method and its application to the pilot study’s data were outside the scope of this
thesis.

In general, the points discussed above hint at a low sequencing depth and we were
advised to look into rarefaction curves (personal communication with David Stucki)
to determine whether more data would increase our isoform yield. Unfortunately,
this is beyond the scope of this thesis.

Mapping the PacBio isoforms to the reference genome of rat showed that the
majority could be associated with an annotated transcript and were predicted to
be protein-coding. The average length of isoforms classified as FSM by SQANTT
(2130 bp) compared well to that of the matching reference transcripts (2146 bp).

Analysing the overlap of transcripts detected with PacBio and Illumina showed that
there is a substantial number of transcripts detected with both platforms (27 %).
There are, however, also many transcripts detected by only one of the technologies.
We found that those only detected with Illumina were generally lower expressed
than those detected by both platforms. Considering the potential artefacts we
identified, the 35 % only found with PacBio should be investigated in greater
detail. Weirather et al. [135] have evaluated the performance of Illumina, PacBio,
and Oxford Nanopore on a gold standard data set comprising 68 transcripts
with various alternative splicing events. They found that the two long-read
sequencing technologies outperform Illumina, i.e., we can be confident that some
of these transcripts only detected with PacBio are true novel isoforms which
should be validated.

The fact that we found more reciprocal (best) hits in the reciprocal BLAST of
PacBio isoforms vs. human protein sequences than in the search against rat
proteins, confirmed the observation we made in Chapter (4] that the rat annotation
is incomplete and rat is sufficiently closely related to human to exploit human
annotation to improve that of rat.

The high number of reciprocal (best) hits in the comparison to rat cDNA sequences
annotated in Ensembl (version 95) showed that the long-read data covered the
rat transcriptome well. Interestingly, we observed a decrease in initial hits when
aligning PacBio isoforms to human ¢cDNA sequences. Those having a reciprocal
best hit showed a lower sequence identity across HSPs (median: 85.78 %; data
not shown) than in the search against human proteins (median: 90.29 %; data
not shown). Therefore, we concluded that the difference between rat PacBio
isoforms and human is relatively high on a nucleotide sequence level but, due to
the degenerated genetic code, the resulting proteins are similar. This finding may
hint at a still high error-rate in PacBio isoforms which contradicts the findings
of another study that has shown that the error correction in the IsoSeq method
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reduces the error rate from 14.20 % in subreads to 1.72 % in CCS [135].

The alignment of Illumina reads to PacBio isoforms showed that only a negligible
number of isoforms was not at all covered by short reads and the majority had a
high number of mapped reads. Some of the isoforms not covered by any reads
were also not successfully mapped to the rat genome and may thus be true novel
isoforms. One should, however, not only look at the number of mapped reads but
also at their distribution along the isoform to determine whether it is uniformly
covered or whether, for example, the 5 end is less well covered. To make this
analysis feasible for thousands of isoforms, an appropriate metric to summarise
the density of mapped reads along the PacBio isoform would have to be found.

We were also able to show that, in our data set, a transcript was likely to
be discovered with long-read sequencing if its expression was above 30 TPM.
There were, however, 27 isoforms with a PacBio isoform but 0 expression for
the associated transcript. Looking into these cases revealed that these tran-
scripts belonged to genes with either several very similar annotated transcripts
or to ones that have a high number of different transcripts. For example, the
PacBio isoform PB.2596.1 was mapped to the transcript Trim39-204 (Ensembl
identifier: ENSRNOT00000084559) of the gene Trim39 (Ensembl identifier: ENS-
RNOG00000000785) which had a TPM of 0 in sample 677 3. Visualisation of the
alignment showed that PB.2596.1 matched Trim39-204 well, i.e., it was correctly
aligned to Trim39-204 instead of one of the other three protein-coding, annotated
transcripts. Therefore, we assumed that in case of these 27 transcripts, either
the RSEM isoform expression quantification might be incorrect or the transcripts
were simply not captured with short-read sequencing.

Despite the fact that the long-read data generated in this study suffered from
low accuracy for many isoforms and a 5 cap selection is highly recommended
to increase the number of true full-length isoforms, we obtained encouraging
results. The long-read isoforms were mostly confirmed by the comparison to 1)
the rat genome, 2) human, well curated protein sequences and 3) short-read data.
Therefore, we recommend sequencing all tissue samples with PacBio performing a
5" cap selection to then look into tissue specific isoforms or investigate the novel
isoforms in greater detail. We are confident that the genome annotation of such a
common model organism as rat can greatly benefit from a follow-up study.

A recently published method, LoReAn [22], already combined short- and long-read
RNA-Seq data, as well as protein information, to improve genome annotation. As
it has, so far, only been applied with two fungal and two plant data sets, it would
be very interesting to investigate the LoReAn approach in greater detail and to
apply it to mammalian genomes, if feasible.



Chapter 6

Assessing a target’s conservation
across model organisms

6.1 Introduction

The analysis of reasons for pharmaceutical project closure performed by
Cook et al. |21] showed that the majority of the projects were terminated due to
efficacy and safety issues (see chapter [2.1| for more details) with a shift from safety
to efficacy related reasons the farther the project has advanced along the drug
development pipeline. This lack of efficacy and safety may be due to differences
between the model species—like mouse, rat, dog, pig, or cynomolgus monkey—and
human. Despite their general genetic, anatomical and physiological similarity to
human, one has to critically assess the suitability of certain model organisms for
drug development.

The most commonly used model species, mouse and rat, shared their last common
ancestor with human around 90 million years ago (MYA) (see Figure [6.1). The
two species frequently used for non-rodent safety studies, dog and pig, are even
more distantly related to human with their last common ancestor with human
being about 96 MYA. Cynomolgus monkey is closest to human with their last
common ancestor having occurred roughly 30 MYA. Consequently, we must expect
targets to act differently in different species. By determining these discrepancies
in advance in silico, we could spare millions of animal lives. This would be in
line with the aim to reduce animal experiments as defined in the principles of
the 3Rs [100] (Replacement, Reduction and Refinement). Furthermore, not
performing experiments whose result cannot be translated into human due to
species differences, reduces cost and time, both valuable assets for pharmaceutical
companies. To prevent unnecessary animal testing, it is important to carefully
investigate and compare different types of information about the target in human
and the potential model species. Initiatives like “Illuminating the Druggable
Genome” aim to assemble a comprehensive collection of data sets such as literature
based target information, gene expression or disease associations. The gathered

62
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Figure 6.1: Phylogenetic tree of human, cynomolgus monkey, mouse, rat, dog
and pig. The branch length represents the divergence time in million years ago
(MYA). This figure is an adapted version of a figure created with TimeTree [61].

information is accessible via Pharos [81] and also includes a list of orthologous
genes. OpenTargets [18] takes it a step further and considers mouse models when
computing a score measuring target-disease-association. These approaches are
valuable for target prioritisation and to decrease the number of projects failing due
to target related issues in efficacy and safety. To our knowledge there is, however,
no method that assesses a target’s properties in rodent and non-rodent model
species. In addition to ranking potential targets, such a score would facilitate the
a priori determination of suitable model species and allow for the determination
of the conservation level of specific gene sets.

Therefore, we present the target conservation score which takes sequence, gene
expression and function related information into account to provide a measure for
the conservation of a target gene across different model organisms. In the following,
we first introduce the total conservation score, which is the weighted mean of
altogether eight subscores, that are explained in detail below. We will apply it to
all protein-coding human genes and analyse the results. A brief description of the
database implemented for storage and retrieval of the computed scores is going to
be presented. Attempts to validate the proposed score and a discussion of the
results conclude this chapter.
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6.2 Methods

6.2.1 Target conservation score

The target conservation score is the weighted mean of eight subscores, that model
three different sequence homology aspects—expression, functional, and network
conservation—for orthologous gene pairs between human and a chosen model
species.

S

The conservation score for a human gene ¢g’* in species s is computed as the
weighted sum of subscores that are calculated for all orthologous pairs (g%, g3):

Hs
Sspecies (g 73) =W1 * Shom

s

o=1 Sid(gHS7 gi)
N
N Hs s
+ ws * Eozl Sgoc(g ago)
N
Zil Swga(gHsa 93)
Uz
Yoy Seap(9™®, 95) (6.1)
Uz
Dol SSpeC(gHsa gg)
N
2221 Snet(.gHsa 93)
Uz
Zgil Sinterpro (gHs, g(s))
N

"’U)Q*

+ wy *

+U)5*

+ wg *

+U)7*

+ wg *

The total conservation score for g”7¢ in then th weighted sum of the species scores
in all considered species:

S
5total<gHS) = Z Wg * <Sspecies<gHS> S)) (62>

s=1

With:

S: number of species

ns: number of orthologues for ¢g¢ in species s
. . . 1
e w,: species weight, e.g., g

® wiy,...,ws: score weights, e.g., %
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® Spom: subscore based on the number of orthologues (ni)

® s,4: subscore based on sequence identity

® 540.: subscore based on synteny

® S.,gq: subscore based on genome alignment

® Sc;p: subscore based on gene expression correlation across tissues
® 55 subscore based on tissue specificity of gene expression

® S, subscore based on an expression correlation network

® Sinterpro: Subscore based on Interpro annotation

All subscores are normalised to the range of [0, 1] to make them comparable.

Homology subscores

To model homology conservation, we make use of Ensembl’s cross-species resource,
EnsemblCompara [44], which provides different scores for many organisms both
on the sequence and the gene level. We use three subscores, s;q, Sgoc, and Sygq-

Ensembl generates pairwise protein alignments for each orthologous gene pair and
computes the target and query percent identity corresponding to the percentage
of the sequence covered by the alignment (see Figure |3.1]). s;4 is the average of
these two identities.

Ensembl’s gene order conservation (GOC) score (S40.) captures conserved synteny,
i.e., co-localisation, of the orthologous genes by comparing order, orientation and
homology of two genes up- and downstream of the orthologues. If all four genes
match, the orthologue’s GOC is 100%, for each mismatch 25% are deducted.
While the GOC score accounts for large-scale rearrangements, the whole genome
alignment (WGA) score focuses on nucleotide level differences. It is based on the
assumption that the genomic sequence of orthologues should align well and is
calculated from the pairwise genome alignments available in Ensembl. For each
gene in an orthologous gene pair, the coverage over exons and introns is computed
separately and a weighted score is calculated such that the emphasis is on the
exon coverage [31]:

- COVegons + COUjntrons * PET Cintron * (1 - Coveacons)

Swge = 100
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where:

® COUerons: alignment coverage on exons
® COUintrons: alignment coverage on introns

® percinmons: percentage of the gene structure consisting of intronic sequence

By applying different thresholds (depending on the last common ancestor of the
involved species) to sS4, Sgoc, and Sygq, Ensembl tags homology relationships as
“high confidence” [31]. For the computation of the conservation score we did,
however, only use the raw scores s;4, Sgoc, and S,4, because the thresholds are
chosen arbitrarily.

Expression subscores

To compare the human target gene to an orthologue with respect to their expression
pattern across different tissues, we compute Pearson’s correlation coefficient p
of normalised gene expression (tissue median RPKM). This coefficient is then
transformed to be in the range of [0, 1]:

Sony = (”glf (6.3)

We chose to transform p according to Equation to penalise negative correlation
because we do not consider a gene to be conserved if it is, for example, lowly
expressed in human liver but highly expressed in mouse liver.

Another expression based subscore aims at capturing similar tissue-specificity
patterns using the tissue-specificity score defined in Equation [5.2] Computing
this score for two orthologous genes results in two vectors with a specificity value
for each tissue. The subscore sgpe. is then computed as Kendall’s tau [80] of these
two vectors. A value of 0 indicates that there is no relationship while 1 means
there is a perfect relationship between the two tissue-specificity vectors.

Expression correlation can be exploited further to not only assess direct correlation
between orthologous genes but also their co-expression pattern within each species
separately. This helps us to determine the level of interaction with other genes in
the transcriptome.

Based on the between-species correlation matrices we determine all genes in
the investigated species s which are highly correlated to the human target g*
(p >= 0.8, see section for details on the threshold selection). This set of
genes is referred to as set}.; - Given the gene expression matrices for human
and species s (genes X tissues), we compute the pairwise Pearson’s correlation
coefficient across tissues for all genes in each species separately. From these within-
species correlation matrices we determine all highly correlated genes for g¢ and
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each gene g° € setj,een (P >= 0.8). Let us call the resulting sets highCorr s
and highCorrgs. Based on these sets we determine the difference in the number
of the proportional counts of highly correlated genes in the two species:

|highCorr s |highCorr s

num__genesy, num__genesS;species

(6.4)

s netNumCorr =1 —

As a potential alternative to the purely count based network score, we compute
the Jaccard index [53] of the two sets to assesses which fraction of the highly
correlated genes in each species are orthologous:

lortho(highCorr s, s) N highCorrgs
lortho(highCorr s, s) U highCorrgs

s_netNumOrtho = (6.5)

with ortho(highCorr s, s) being the orthologues of the genes in highCorr m. in
species s.

Functional subscore

To assess functional similarity between orthologues, we compare associated protein
families and domains. Here we exploit the annotation with InterPro [74] accession
numbers provided by Ensembl and compute S;,zerpro as the Jaccard index:

|setys N sets|
Sinterpro =

6.6
|setps U sets| (6.6)

where sety, contains all InterPro accession numbers of the human gene and set;
holds all InterPro accession numbers associated with the orthologous gene in a
chosen species s.

6.2.2 Application to all protein-coding human genes

We computed the target conservation score defined in Equation for all human
protein-coding genes annotated in Ensembl version 92 based on their relation
to orthologues in mouse and rat. The gene expression related subscores are
based on the Fushan et al. data [37] comprising three tissues (brain, liver, and
kidney), because they contain a wide range of species that can be incorporated
after successful evaluation of the conservation score.

Based on the resulting scores we investigated the distribution of individual sub-
scores and evaluated the two proposed co-expression network scores. Both network
scores s_net NumCorr (Equation and s_net NumOrtho (Equation are
calculated by comparing the set of highly correlated genes in two species and
do therefore depend on the correlation threshold used to call a pair of genes
highly correlated. We tested different thresholds (0.7, 0.8, and 0.9) and compared
the distribution of s netNumCorr, s_net NumOrtho as well as the aggregated
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species scores and the conservation score S;yq;. Due to the little difference between
the distributions for 0.7 and 0.8, we show kernel density estimates (geom_ density()
from ggplot2 |137]) instead of gene counts to facilitate visual comparison.

The impact each subscore has on the total conservation score was evaluated by
following a leave-one-out approach and comparing the resulting score distribution
to that obtained when using all subscores.

Furthermore, we determined groups of genes with low and high scores via k-means
clustering using the kmeans function in R. The number of clusters k was set to
five as one can visually identify roughly five peaks in the distribution of s;u4.
We performed a Gene Ontology enrichment for the two groups of genes with
lowest and highest scores to validate the conservation score. The GO enrichment
was done using the Bioconductor package clusterProfiler [140] which performs a
hypergeometric test. The set of conservation scores for all human protein-coding
genes were used as the gene universe to which the clusters were compared.

The Jackson Laboratory provides the Human - Mouse: Disease Connection
(HMDC) data [3], which combines information from the Mouse Genome Inform-
atics database (MGI) with human disease and phenotype annotation obtained
from NCBI, the Online Mendelian Inheritance in Man (OMIM) and the Human
Phenotype Ontology (HPO) [1]. Due to the lack of a list of genes which were
proven to be well conserved, we used the HMDC data to validate the proposed
conservation score. This approach is based on the assumption that genes being
associated with a certain disease in different species, are most likely well conserved
with respect to sequence and gene expression information. To obtain a list of
presumably well conserved genes, we extracted orthologous human-mouse gene
pairs associated with the same disease ontology [58] identifier. The resulting set
of Entrez [67] identifiers was mapped to Ensembl identifiers using the biomaRt
package (version 2.32.1) with Ensembl version 92 and the distribution of sgpecies
for mouse was investigated.

6.2.3 targetcon - A relational database storing conserva-
tion scores

To provide easy access to the computed scores for all protein-coding human
genes we have set up a PostgreSQL database, called targetcon, which stores the
underlying Ensembl and expression data as well as the derived conservation scores.
An overview of the database tables and their relations is depicted in Figure [6.2]

Targetcon contains 13 tables which can be grouped into three groups: 1) Ones
that contain data from Ensembl on genes, homology relationships and Interpro
annotation, 2) those which hold the expression data and group them into different
studies, and 3) tables storing the aggregated conservation scores Sgpecies and Seotar
as well as all subscores and the weights used for the score computation. Currently,
all species and all subscores are weighted equally (see equations and .



69

6.2. METHODS

“MOIIR TR [[}IM 9[(e) PIOUDIDJAI Y} 0} PIJIdUUO0D oIk A9 USTOI0] B SUTUTRIUOD SI[qRT,
"SA9Y USI0I0] NIRW SOUIRU UWIN[OD JO JYSLI 97} 0} SMOLIR J[IYM SAoY Arewitid 9)edIpPUI SoUIRU UWN[OD JO 1JO] o) 0} SADY]
0d£) IIOT) UM SUWIN[0D $,9[(e} S} MOYS PUR S9[(e)} 0} puodsalIod soXOg "U0I9S8IR) JO BWAYDS aseqeie(] :g'9 2anSIq

(SFIONIAHY HILIVHTHD aaunos.
L@l uopdussap (E'E)a1Eamnm WB s (g'gdar=3mnn anjes”aioos
(SF)ONIA YN HILIYEYHD 1age| A\f < o (GONIANYA HELOWEHD  [3ge(3109s c\ < / (GE)aNILtin ¥ILOHaHO e e c\
(SP)aNIAEYA HILIVEYHD 12A3] (SHIONIAMYA MILOVEYHO 185 WBam ) e 7 (GE)aNI kA HILOVHTHO EETEED
531008 syBlam aloos (DEDINI A N, HILTWHYHD saads o\
o (OE)ONIAM ¥3LwHwHD PiBsUs uewny ox
Blep 21035
(DE)ONIA R HALOVHHD  ousoe
' (0E)ONIAHYA HE10vEwHD PiBsus e\.
oldiai jquiasua
[T efim
(" D21H3NNN aofl
" Dorgamnn AyuepiTueaw
(" Darsamnn fynuapiTiabie;
(¥ D21HINNN fyquepiAianb
(DEMONIAHYA HILIVHYHD adfi"ABo jowoy
(GEIONIA YA HILOWHYHD  aweusapads™jaBey
W/ (DENNIAEYA B3 LOVHYHD uam_._w.ﬁmﬁo»
W (DEIINIAEYA B3 LOYHYHD piBsUEfanb »
(SEIONIAHYN H3LOVEYHD adfjorq MGojowoy” jquiasua
(STIONIA YA HILIVHYHD aweuaual
(GHONIA YA HILIWHYHD  aweu”sajaads
(GTONLAHYA HILIYEYHD PiBsUa 7 g
sauali jquasua
H393LNI sBojoLpo U
(GEITNLAHON HILOWHYHD  aweusaiadsjabey -
< (DEANIA Y HALOWHYHD piBsua"uewny ow
shojoypo u
H393L ST (SEONIA MY HILOYHYHD  Sweu s |dwes £ (OE TN = e
Lal  uopduasap (DONIAMYA Y3LOVHYHD  HUM Uoissaldxa / i S e |/ (WONIAA HEL0vEYHD  swedTsjdues P
(DEIINIA YA HILIVHYHO swelApnjs (GFIONIAYYN HALOWHYHD  @nssyes”ajdues ’ ' (OEIINIAEA HILITHTHO piBsua &
Tiu3s  PlAPniE e v ¥393LNI B ajdwes uoissaidxa
Apmys T IH3s pijesa|dwes u\
198 ajdwies (DE'DQ)21HINNN anjen
& : HITALNI Pres eidues P
W (E)ONIAEYA, 4310V EYHD piBsua o\
ueipaw uoIssaldxa




70 CHAPTER 6. CONSERVATION SCORE

As the information in targetcon changes with new Ensembl releases but we wanted
to keep old versions available to ensure compatibility with legacy data sets but
also for comparison, a new version of targetcon is created when one wishes to
update to a new Ensembl version.

A fully automated Nextflow pipeline was developed to create the database, to fetch
the expression matrices from the file system and the required Ensembl information,
to prepare the data for the database upload and the subsequent computation of
the conservation scores, and finally to compute and upload the conservation scores
for all human protein-coding genes. The pipeline receives all its input parameters
via a configuration file with the fields described in Table [A.5]

6.3 Results

6.3.1 Distribution of subscores

Investigating the distribution of the individual subscores (see Figure , revealed
that the vast majority of orthology relationships between human protein-coding
genes and genes in mouse or rat were one-to-one homologies (Spom=1). In most
cases, the orthologous gene pairs showed conserved synteny (sg,.) and a high
coverage on nucleotide level (s,4q). Interestingly, the protein sequence identity
(siq) showed a broader distribution.

The distribution of the expression correlation across tissues (S.;,) indicates that
the majority of orthologous gene pairs were either strongly correlated or almost
perfectly anti-correlated. Regarding the tissue-specificity subscore sge., many
orthologous genes were well conserved, there was, however, also a substantial
proportion of cases with weak or no relationship between the tissue-specificity
vectors.

The subscore distributions described so far, only showed minor differences between
human-mouse and human-rat cases. For s;nserpro We observed that the scores for
rat were lower than those for mouse, indicating that there is a greater overlap
between Interpro annotations of human with those in mouse than those in rat.
One should, however, bear in mind that mouse has been investigated to a greater
extent and therefore more annotation is available which is also more reliable.
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Figure 6.3: Distribution of (A) the Ensembl-based subscores spom, Sid, Sgocs Swgas
and Sipterpro as well as (B) the expression based subscores s¢qp and Sgpe. between
human and each of the two rodent species mouse and rat.

6.3.2 Subscores based on co-expression networks

Due to the low dynamic range covered by the network score based on the orthology
relationships between the two species-specific networks (s_netNumOrtho; see
Figure ), we decided to only use the one comparing the sizes of the species-
specific networks (s_netNumCorr).

From the distribution of s net NumCorr (see Figure [A.9B), we deduced that a
correlation threshold of 0.9 is too stringent as it led to a high number of genes
having a network score of zero. We did not observe a great difference between
0.7 and 0.8, but since the distribution based on 0.7 was slightly shifted towards
lower scores around 0.5, we decided to use 0.8 as the correlation threshold in the
computation of s_netNumCorr. In the aggregated scores (Sspecies and Sgorar) the
two lower thresholds led to a smoother distribution for higher scores between 0.75

and 1 (see Figure [A.10)).

6.3.3 Subscore impact

The leave-one-out approach to assess the impact of each subscore on 4447, showed
that all subscores contribute to the conservation score (see Figure . For each
comparison a Kolmogorov-Smirnov test was performed and all FDR-corrected
p-values were significant at a level of 0.01.

Visually, leaving out the expression based subscores s.;;, and sgpe. led to the most
drastic change in the distribution (see Figure emphasising the importance of
expression when assessing the conservation across species.
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6.3.4 GO enrichment for genes with high and low scores

For the group of low scoring genes (cluster 5 in Figure cluster centre: 0.4),
GO terms related to sensory detection of chemical stimuli and smell were the most
overrepresented terms, followed by processes linked to the immune system (see
Figure . Since mice and rats are a lot more dependent on their olfactory sense
for survival than humans, it is reasonable that these genes have diverged between
human and the two rodent species . Even though mice are commonly
used as model species in immunological studies, several differences between the
immune system of human and mouse have been reported .

custer [0 1 N2 s[ 4] 5

count

0.25 0.50 0.75 1.00
s_total

Figure 6.5: Grouping human protein-coding genes according to their conservation
score using k-means clustering.

The group with high scoring genes (cluster 3 in Figure cluster centre: 0.9) was
enriched for terms related to synaptic signal transduction (see Figure which
makes sense as synapses are a common and conserved component of the mammalian
nervous system. Furthermore, there is research confirming the conservation of
gene expression patterns across brain regions between human and mouse .
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6.3.5 Validation using MGI human - mouse disease con-
nection data

The distribution of the 984 presumably well conserved genes retrieved from the
HMDC data set showed a median species score of 0.86 in mouse (see Figure [6.7)).
None of the human genes reached a score of exactly 1 (maximum: 0.99) and the
lowest score was 0.42. Comparing the mean sgpc.es for mouse of human genes
in the HMDC set and those that were not in the HMDC set, we found that the
mean species score is higher for HMDC genes (p-value: 9 x 10727).
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Figure 6.7: Distribution of the mouse species score (see Equation [6.1]) for human
genes in the HMDC validation data.

6.4 Discussion

Resources like Pharos or OpenTargets provide extensive information on human
target genes and thereby support researchers during the often tedious process of
prioritising drug targets. Although a target gene may have a strong link to the
investigated disease in human, it might lead to problems farther down the drug
development pipeline if, for example, one fails to find a suitable model species or
effects observed in the animal model cannot be confirmed in human clinical trials.
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In both cases the reason could be that the drug itself or its targeted protein or
pathway are species specific and this aspect has not been addressed appropriately.

In this chapter we proposed a score to assess the conservation of a human target
gene across model species. To our knowledge, we are the first to integrate sequence
and gene expression based information to determine the degree of similarity
between the human genes and its orthologues in several species.

By applying the proposed score to all human protein-coding genes using mouse
and rat as the related species, we were able to investigate the different components
of the score. The observed broad distribution of s;4 could be due to diverging
exon usage in the different species as it has previously been found that between 14
and 53 % of human alternative splice junctions are not conserved in mouse [116].

A leave-one-out analysis showed that all subscores contribute to the overall
conservation score with the expression based ones playing a particularly important
role. This emphasises that the different sequence and expression based subscores
provide non-redundant information which is beneficial for the assessment of
conservation across multiple species.

For the network subscore we compared two approaches, one only considering the
number of highly correlated genes and one taking the orthology relationships
between the two species into account. Even though the latter would provide
valuable insight into conserved pathways in both species, we had to refrain from
using it for our total score as it only covered a very narrow and low dynamic range
and therefore shifted the conservation score to low values. We hypothesise, that
this shift is caused by 1-to-many orthology relationships. If, for example, a human
gene, which is highly correlated to the target gene, has 20 orthologues in mouse
but only one of them is in the co-expression network of the target’s orthologous
gene, we get a low overlap between the two networks. On the one hand this effect
could be attenuated by only using orthologous genes marked as “high confidence’
based on 54, Swga, and sg... On the other hand we might introduce a bias into our
analyses as we filter the input by the sequence related features we use to assess
conservation.

Y

In order to deduce some functional information from the co-expression networks, we
tried to integrate Interpro annotation and compare them between the two species.
This did, however, lead to very low dynamic ranges of the resulting network score,
therefore, results were not shown in this thesis. Alternative annotations one could
try to incorporate are Gene Ontology terms or KEGG pathways.

We also tried to extend the network score by not only taking direct neighbours into
account but also those at distance two. However, we did not observe a difference
between the two approaches and therefore did not present details here.

One critical point regarding the network based score is the choice of the correlation
threshold. Considering the lack of a validation set of well conserved genes, we
had to rely on our gut feeling when comparing the score distributions obtained
with different thresholds. Therefore, we think that the the chosen threshold of
0.8 is suitable for the evaluation of the conservation score, but we do not claim
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that it is appropriate for all use cases. In mouse, for example, we observed that
a more stringent threshold of 0.9 revealed three pronounced peaks in the score
distribution which might contain scientifically interesting genes. A thorough
evaluation of thresholds in different scenarios with a comprehensive validation
data set is recommended.

The GO enrichment in low and high scoring human protein-coding genes revealed
that these two groups contained genes which could be assumed to be poorly or
well conserved based on their biological function. Since we only account for the
expression in three tissues, with one of them being brain, the GO enrichment
might be biased towards terms related to brain function. Therefore, we think it
would be exciting to also incorporate a wider range of tissues.

Our attempt to validate the proposed conservation score using human-mouse
disease connection data containing potentially highly conserved genes, showed that
the majority of these genes are detected as highly conserved by the conservation
score. There were, however, also genes which had a rather low score. We think
that this is probably due to the data set also containing gene-disease links without
reliable evidence.

Regarding the data used to compute the score, one has to keep in mind that maybe
not all required information is available for all orthologous gene pairs. In the
current implementation, these cases are discarded. Ideally, one would implement
a reliability score reflecting the completeness of the data. A naive approach would
deduce a certain value from one for each part of information that is missing.

Furthermore, we have to emphasise, that in the current implementation, only
mouse and rat were used to compute the conservation score. The database and
the Nextflow pipeline are, however, designed such that one can easily incorporate
additional species.

In summary, we have presented a score which has great potential to decrease the
amount of animal testing, time, and cost during the drug development process. Its
primary application is target gene ranking based on the conservation level across
several species of interest. By comparing the conservation score of a certain gene
set to the scores of all human protein-coding genes, one could draw conclusions
about how well, for example, a specific pathways is conserved across different
species. Another important use case is determining the best model species for
a target gene by comparing the aggregated species scores of several species. In
retrospect, one could also use the conservation score to check whether an observed
species specific drug response can be explained by differences on the sequence or
expression level.



Chapter 7

Conclusion & outlook

In this thesis we wanted to systematically evaluate how gene expression across
normal tissues is linked to orthology in several commonly used mammalian model
species. Increased understanding of this link can then help to reduce animal
testing in biomedical research as it can, for example, be used to assess a drug
target’s potential to successfully translate from animal models to human patients.

The analysis of RNA-Seq data sets from mouse and rat containing samples from
a wide range of tissues, has shown that the variability in gene expression between
tissues was greater than the variability between animals. This was preserved when
combining the data from both species, however, a species effect was observed,
too. Comparing sequence identity and gene expression correlation of one-to-one
orthologues, we found that the majority are highly similar on sequence and
expression level. There were, however, cases with high expression correlation
despite a low sequence identity. We hypothesised that some of these cases are due
to incorrectly or incompletely annotated sequences in the public databases like
Ensembl.

We systematically estimated the number of genes which might be poorly annotated
in mouse, rat, dog, pig, and cyno. The results indicated that there is a substantial
number of sequences in Ensembl that apparently contain errors or are incomplete.
Using a curated bait sequence from a closely related species and RNA-Seq data of
the species of interest, we were able to improve a large proportion of these sequences.
With the a&o-tool we have developed a tool performing this otherwise tedious
process in an easy-to-use and automated manner. The a&o-tool has already been
successfully used in a number of drug discovery projects at Boehringer Ingelheim
and has thereby proven its value for biomedical research although details cannot
be shown here.

One issue we see with our approach is, that our results heavily depend on the
quality of the de novo transcriptome assembly. We tried two assemblers on our
data and did not observe great differences. A recent review [46] has, however,
nicely point out, that the choice of the assembler can greatly impact the quality of
the resulting assembly and they concluded that it is best to try different assemblers
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as there is not a single one performing best on all different data sets they used for
their study. Long-read sequencing technologies have the potential to solve this
problem as they are able to sequence most transcripts as a whole, rendering the
assembly step obsolete.

To investigate the potential of long-read sequencing technologies, we have conduc-
ted a pilot study using PacBio’s SMRT sequencing. Basic quality control of the
PacBio results showed that the pilot run was successful, but not optimal. Most
PacBio transcripts were confirmed by aligning them to the rat genome and to
human well curated protein sequences as well as by the comparison to short-read
data. We did, however, observe potential quality issues at the 5" ends of some
transcripts which might be eliminated by using a different sample preparation
protocol. On the other hand these observations might reflect, at least partially,
real transcripts with alternative transcription start sites. Therefore, we recom-
mend to conduct another PacBio sequencing project as well as one using Oxford
Nanopore’s long-read sequencing platform to gain greater insight into the maturity
of these technologies and their applicability in pharmaceutical research.

With the target conservation score, we were the first to integrate sequence and
gene expression based metrics to assess the conservation of a human gene across
several species. First validation attempts implied that the score is capable of
differentiating genes with presumably low conservation from those that, judging
by the biological processes they are involved in, should be highly conserved.

Further research regarding the subscore derived from the comparison of co-
expression networks would greatly improve the conservation score. We think
it would be very interesting to incorporate pathway information to better capture
common biological activity.

A graphical user interface to facilitate easy data retrieval from targetcon would be
desirable. First of all, precomputed scores and the underlying information could
be queried for a single human target gene. These results could then be used for
target prioritisation or the choice of the most suitable model species.

Another feature could include the upload of a gene list or pathway for which
we could determine how well they are conserved in comparison to all human
protein-coding genes.

In contrast to only using precomputed scores, we could also provide a more
dynamic approach where the user can compute the score for a specific target or
a list of targets based on custom expression data to tailor the results to their
scientific question.

In summary, we have shown that by exploiting sequence similarity of orthologues
and their gene expression correlation, the tools and methods developed in this
thesis contribute to the improvement of the drug discovery process. Our work
helps to prevent mistakes being made due to wrongly chosen model species or
wrong dose selection based on an incorrect sequence in toxicological experiments.
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Figure A.1: Distribution of the difference in sequence identities for all human
genes having a one-to-one orthologue in the respective species. The target sequence
identity corresponds to the percentage of the orthologous sequence matching the
human sequence in the amino acid sequence alignment, and query identity is the
percentage of human sequence matching the orthologous sequence. Dashed lines
mark the threshold (mean +/- 2 times standard deviation) for considering a gene
for refinement.
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Figure A.2: An UpSet plot depicting the intersections between genes identified
as potentially poorly annotated across species.
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Table A.1: Quantitative metrics for the tissue-specific assemblies computed by
TransRate. The number of contigs, the number of base pairs in the longest contig
and the mean contig length provide information on the basic characteristics of the
assembly. The number of contigs containing an open reading frame (# contigs
with ORF) and the mean percentage of the contig being covered by the ORF
(coverage of contigs with ORF [ %]) help to assess the protein-coding potential of
the assembled contigs.

species tissue # max. mean # contigs coverage of
contigs contig contig with contigs with

length [bp] length [bp] ORF ORF [%]

cyno brain 346391 32640 1230.6 62637 34.7
Cyno liver 317055 32053 1153.4 53337 34.8
cyno kidney 325290 27390 1180.6 56922 35.0
dog brain 44703 27224 1614.5 20315 51.2
dog liver 35143 17944 1321.3 15247 53.9
dog kidney 38950 22476 1415.3 18019 53.5
human brain 165810 30531 1367.9 42581 39.8
human liver 88083 27458 1383.3 29226 45.9
human kidney 128530 23822 1355.6 37009 43.6
mouse brain 68734 23400 1548.1 24630 46.2
mouse liver 35944 17404 1396.1 14697 52.8
mouse kidney 42561 21694 1555.8 18036 51.4
pig brain 61933 24820 1518.6 24822 49.9
pig liver 37620 18047 1279.3 16114 55.3
pig kidney 39922 17558 1343.6 18032 54.4
rat brain 59378 21744 1605.8 22829 46.4
rat liver 52636 17162 1308.2 17576 48.3

rat kidney 42176 28641 1616.8 18856 51.2
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A.2 PacBio pilot study
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Table A.2: Details on intermediate results of the PacBio analysis.

metric

value

description

polymerase read bases
polymerase reads

polymerase read length
(mean)

subreads

subread length (mean)

CCS

full-length reads

full-length reads,
non-chimeric (FLNC)
FLNC mean read length
non-full-length reads
HQ isoforms

LQ isoforms

HQ isoform length (min)
HQ isoform length (max)
HQ isoform length (mean)
unique isoforms

9,493,170,789
402,505
24,135
5,313,295

1,787
264,467 (65.71%)

234,476

231,025

2,102
29,968
20,879

108,664

381
20,879
2,086
8,106

total number of sequenced
bases

total number of polymerase
reads

total number of subreads
total number of generated
circular consensus
sequences (CCS),
percentage in relation to all
available polymerase reads
total number of CCS
containing 5’ and 3’ adapter
sequences and poly-A
sequence

candidate error-corrected
high-quality transcripts
candidate error-corrected
low-quality transcripts

HQ isoforms collapsed into
unique set of transcript
isoforms by aligning them
to the reference genome




A.2. PACBIO PILOT STUDY 85

PC2: 26% variance

PCA with top 300 genes and VST transformation

tissue O brain @ kidney O liver

@
401

201

-40 0 40
PC1: 73% variance

Figure A.3: Principal component analysis of expression from Illumina short-read
data. Colours represent tissues. The numbers in the axis labels correspond to the

variance explained by the principal component.
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Figure A.4: Distribution of logarithmised TPM expression values of Illumina
samples. Colours correspond to tissues.
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Figure A.5: Clustered sample correlation (Pearson’s correlation coefficient) matrix.
Sample names starting with “SRR” are the Fushan et al. data and those with the
prefix 677 are the internal Illumina samples.
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Table A.3: Basic information on the 12 rat samples regarding the animal and
tissue they came from. “total sequences” refers to the number of Illumina reads
and “uniquely__mapped” is the percentage of these reads that were uniquely mapped
to the Ensembl Rattus norvegicus (Rnor_6.0) reference genome.

sample_id tissue animal total sequences uniquely mapped [%)]

677 1 brain 101 26,247,834 88.65
677_2 kidney 101 26,894,820 85.93
677 3 liver 101 29,145,488 86.23
677 4 brain 102 31,218,437 88.32
677 5 kidney 102 31,027,119 86.25
677_6 liver 102 30,773,234 86.50
677 7 brain 103 30,357,943 88.26
677 8 kidney 103 30,513,775 74.14
677 9 liver 103 29,950,055 86.38
677_10 brain 104 28,638,346 89.28
677 11 kidney 104 33,267,517 86.34
677_12 liver 104 30,099,932 86.76

Table A.4: Contingency table contrasting the reciprocal best BLAST hit category
of PacBio isoforms with their associated gene and transcript category assigned by
SQANTI. Isoforms classified as “known” mapped to an annotated gene/transcript,
“novel” means the isoforms were not mapped to an annotated gene/transcript and
“novel__known__ AS” refers to PacBio isoforms that “overlap the complementary
strand of an annotated transcript”[114].

SQANTT gene category SQANTTI transcript_ category
known mnovel novel known AS known novel
notRBH 3366 510 83 1753 2206

RBH 4109 22 16 2872 1275
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Figure A.6: Expression of 2125 liver-specific genes from Illumina short-read data.
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Figure A.7: Comparison of the query length and the percentage of the query

covered by the HSP. Each dot corresponds to the numbers in the forward search of
an RBH.
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A.3 Conservation score

Table A.5: Input parameters for the targetcon Nextflow pipeline provided via a
configuration file in JSON format.

field description

name

tgtcon__dbVersion version of the PostgreSQL database to be created

tgtcon__ensemblVersion Ensembl version to be used

tgtcon_host host where the database is to be created

tgtcon user user with all rights required to create a database

tgtcon_ pwd password for tgtcon_ user

outdir directory where pipeline output should be stored

target species list of target species to be used during score
calculation

medExp_ input path to a tab-separated file with the columns

bR AN

“species”, “rpkm_ path” and “design_path”; “species”
must match target_species

study__input path to a tab-separated file with the columns
“species”, “study name”, i.e., the name to be stored
in the database to differentiate expression data sets;

“species” must match target_ species
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Figure A.9: Distribution of the network score based on (A) the overlap of highly
correlated genes and (B) the number of highly correlated genes between human
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A.4 List of publications

e J. F. Sollner, G. Leparc, M. Zwick, T. Schonberger, T. Hildebrandt, K.
Nieselt and E. Simon. Fzxploiting orthology and de novo transcriptome
assembly to refine target sequence information. BMC Medical Genomics
2019: 12, 69

e J. F. Sollner, G. Leparc, T. Hildebrandt, H. Klein, L. Thomas, E. Stupka
and E. Simon. An RNA-Seq atlas of gene expression in mouse and rat
normal tissues. Scientific Data 2017: 4

e The following publications originated from my post-graduate research at the
Institute of Computational Biology at the Helmholtz Zentrum Miinchen. As
part of the statistics team, I participated in the Prostate Cancer DREAM
Challenge and we published our results in an F1000Research article. The
overall results of the DREAM Challenge were published in Lancet Oncology
and JCO Clinical Cancer Informatics.

— 1. Kondofersky, M. Laimighofer, C. Kurz, N. Krautenbacher, J. F. Soll-
ner, P. Dargatz, H. Scherb, D. P. Ankerst, C. Fuchs. Three general
concepts to improve risk prediction: good data, wisdom of the crowd,
recalibration [version 1; peer review: 2 approved with reservations].
F1000Research 2016: 5:2671 (Together with the other authors, I pre-
processed the data, established first analyses, and contributed to the
manuscript. )

— J. Guinney, T. Wang, T. D. Laajala, et al. and the Prostate Cancer
Challenge DREAM Community. Prediction of overall survival for
patients with metastatic castration-resistant prostate cancer: develop-
ment of a prognostic model through a crowdsourced challenge with open
clinical trial data. Lancet Oncology 2017: 18, 132-42

— F. Seyednasrollah, D. C. Koestler, T. Wang, et al. and Prostate
Cancer DREAM Challenge Community. A DREAM Challenge
to Build Prediction Models for Short-Term Discontinuation of Docetazel
in Metastatic Castration-Resistant Prostate Cancer. JCO Clinical
Cancer Informatics 2017: 1, 1-15
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