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Abstract

Aneuploidy is a genetic mutation causing severe damage to an affected
individual. Non-invasive methods of aneuploidy prediction estimate the pres-
ence of aneuploidy in a DNA sample by processing outcome of DNA sequen-
cing. An output of the analysis is however highly influenced by GC content
bias, caused by uneven composition of DNA.

We implemented a method for aneuploidy prediction and introduced cur-
rent trends in correction of GC bias. Various methods of GC bias correction
were designed and implemented on a set of DNA samples. We compared the
results of proposed approaches and evaluated the most efficient method of
GC correction. By combination of different approaches we improved results

of diagnosis compared to standard correction methods.

Keywords: aneuploidy prediction, trisomy 21, GC correction, Loess cor-

rection, within-sample correction.



Abstrakt

Aneuploidia je genetickd mutacia sposobujica vazne postihnutie. Nein-
vazivne metddy predikcie aneuploidii stanovuji pritomnost aneupolidie v
DNA vzorke spracovanim vysledkov DNA sekvenovania. Avsak vysledok tejto
analyzy je do znacnej miery ovplyvneny GC skreslenim sposobenym nepra-
videlnou kompoziciou DNA.

Implementovali sme metédu predikcie aneuploidii a predstavili sicasné
trendy korekcie GC skreslenia. Rozne metédy korekcie GC skreslenia boli
navrhnuté a implementované na siibore DNA vzoriek. Porovnali sme vysledky
navrhnutych metod a vyhodnotili najefektivnejsiu z nich. Kombinaciou réznych
pristupov sme zlepsili vysledky diagnézy v porovnani so Standardnymi metédami

korekcie.

KIiéové slova: predikcia aneuploidie, trizémia 21, GC korekcia, Loess

korekcia, korekcia v rdmci vzorky.
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Introduction

Aneuploidy is genetic mutation, that causes severe damage to an individual.

Modern medicine allows us to predict the presence of aneuploidy in pren-
atal state before an affected child is born. There are invasive and highly
reliable methods of prediction, however these methods carry a certain risk
for mother as well as for the unborn child. To overcome possible complica-
tions caused by invasive testing procedures non-invasive methods are being
developed. In non-invasive methods presence of aneuploidy is estimated from
blood sample of a pregnant woman, so there is no risk for a mother or her
child.

Non-invasive aneuploidy prediction utilises data from DNA sequencing:
the sequence of maternal DNA, containing a portion of DNA of the fetus, is
obtained in small pieces — sequencing reads, that are assembled back together
to reveal the original DNA sequence.

Aneuploidy prediction is based on number of sequencing reads obtained
from DNA sequencing. Unusually high number of sequencing reads in certain
regions of DNA indicates presence of aneuploidy. However, lately it has been
shown, that number of reads obtained from DNA sequencing depends to large
extent on the composition of the DNA sequence itself. DNA sequence consists
of four different bases and the percentage of certain bases (cytosine, guanine)
in different parts of DNA sequence affects the outcome of DNA sequencing.
This phenomenon is referred to as GC content bias and methods trying to
decrease its influence are called GC correction.

The aim of our work is to design, implement and compare various methods
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of GC correction. The methods are tested on a set of samples, in some of
which an aneuploidy is present. The best method would be used in a desktop
application used by doctors to diagnose aneuploidy in high-risk pregnancies.

In the first chapter we introduce biological background of this problem,
describe the process of non-invasive aneuploidy prediction and state aims of
our work. At the beginning of second chapter the standard method of an-
euploidy prediction is clarified. Common approaches to GC correction are
introduced as well as the methods, that we designed. The third chapter is
dedicated to the implementation of GC correction methods. The used tech-
nologies are described at the beginning of the chapter. The rest of the chapter
introduces and describes implemented classes. The last chapter summarises

accuracy of implemented methods.



Chapter 1

Biologic background and

problem statement

In this chapter we define some terms crucial for further understanding and
introduce concepts, on which the next chapters are built. We provide basic
overview of the way genetic information is stored and encoded, explain the
condition of aneuploidy and provide basic information on DNA sequencing
and GC content bias. At the end of the chapter we state the aims and

purpose of our work.

1.1 Genetic information

Genetic information determines functioning and features of all the cells in
our body. Eukaryotic organisms (including humans) have their genetic in-
formation stored in few molecules of DNA in cell nucleus.

DNA or deoxyribonucleic acid is a structure formed by two polynucleotide
strands of opposing polarity forming a double helix. Polynucleotide strands
have two ends with different chemical characteristics marked as 5’ end for
beginning and 3’ end for the end of a strand. They consist of large number
of nucleotides. Nucleotides of each strand are bound together by hydrogen

bonds and thereby bounding the two strands. Nucleotides consist of phos-
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Figure 1.1: DNA structure

phate group, sugar called deoxyribose and a base containing nitrogen. There
are four different bases occurring in human DNA, two of them are purine
bases — adenine, guanine — and the other two pyrimidine bases — cytosine
and thymine. The only difference among nucleotides are their bases, that is
why we will not strictly differentiate between the terms nucleotide and base
in the further text.

Binds between bases of two polynucleotide strands normally follow com-
plementarity rule: Specific purine bases form binds only with specific py-
rimidine bases (adenine with thymine, guanine with cytosine). Figure 1.1
[wikipedia.org] illustrates the structure of DNA and binds formed accord-
ing to complementarity rule. This fact allows us to work with sequence of
bases representing only one strand of DNA, as the other one can be easily
determined using the complementarity rule. The order of nucleotides (bases)
in DNA encodes the genetic information.

DNA molecules in cell nucleus form specific amount of chromosomes.
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Amount, shape and size of chromosomes differs among species of organisms,
but it does not differ significantly among individuals of the same species.

Most of cells forming our body, also called somatic cells, contain two sets
of chromosomes and are referred to as diploid. Only gametes used during
reproduction process have one set of chromosomes and are referred to as
haploid. During fertilization two gametes fuse with each other, each of them
passing one haploid set of chromosomes to the fetus, which combined create
a diploid cell with two sets of chromosomes and thereby present the fetus
with full and valid genetic information.

Somatic cells of humans contain 46 chromosomes (two sets of 23 chro-
mosomes). First 22 pairs are called autosomes and are labeled by a number
from 1 to 22. The last pair is called sex chromosomes and determines sex of
the holder. First of the pair is chromosome X and the second one is chro-
mosome Y or chromosome X depending on whether the holder is male or

female, respectively. [16]

1.2 Aneuploidy

Aneuploidy is a chromosome mutation, where the number of chromosomes
in a cell nucleus differs from a regular diploid or haploid number. Aneuploid
cell can possess more or less chromosomes than a regular cell. In most cases
aneuploids differ by only one chromosome. [5]

This kind of chromosome mutations is usually caused by errors occurring
during the process of cellular division, when the chromosome pairs do not
separate. [4] Aneuploidy concerns autosomes as well as sex chromosomes.
The balance of genes and their functions in a regular cell is very delicate,
therefore an extra copy of a chromosome, holding hundreds of genes causes
severe damage, which is in most cases not compatible with life. [12]

Specific cases of aneuploidy are named according to the amount of missing
or extra chromosomes: monosomy, trisomy, tetrasomy... The most common

human aneuploidy is trisomy — a condition when tree copies of a specific
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chromosome instead of regular two are present in a cell nucleus (the overall
chromosome number is 47 instead of 46). [5]

The only human autosomal trisomies intervening in live births are trisomy
13, 18 and 21. Trisomy 13 occurs in one out of 19 000 live births and
causes a disorder called Patau syndrome. Trisomy 18 occurs in one out of
8 140 live births and is a cause of Edwards syndrome. [11] Both of these
conditions result in most cases in death during the first year of life. [5]
The most common is trisomy 21 also known as Down syndrome, present in
one out of 800 live births.[11] Figure 1.2 [12] shows the presence of three
copies of chromosome 21 in chromosome set of a female patient with Down
syndrome. Mean life length expectancies for patients with this condition
are 17 years, but some of them can live over 40 years. [5] Chromosome 21
has the smallest number of protein-coding sequences out of all autosomes,
therefore also the number of extra genes is smaller and the damage caused
is less significant, which is assumed to be a reason why only trisomy 21 is
compatible with a longer life span. The risk of pregnancy with trisomy 21
rises essentially with the increasing age of mother. Therefore pregnant women
over 35 are offered fetal chromosome analysis (undergoing amniocentesis or
chorionic villus sampling). Also a connection between higher paternal age
and occurrence of trisomy 21 was shown.

Trisomies of sex chromosomes are occurring in a portion of live births,
however the damage caused is significantly less severe than the damage
caused by trisomy of autosomes. This can be explained by characteristics
of sex chromosomes. In our work we focused on human trisomies, particu-

larly on trisomy 21, as it appears with the highest frequency.

1.2.1 Aneuploidy prediction

In past few years a significant progress has been made in the area of an-
euploidy prediction. In cases of high-risk pregnancies (women after 35) cli-
nical prenatal tests for common aneuploidies are offered. The most reliable

testing methods are invasive - amniocentesis or chorionic villus sampling.
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However these methods carry a risk of harming the fetus or in 1% of cases
lead to miscarriage. Furthermore they cause more inconvenience and dis-
comfort for pregnant women. Therefore research has focused on non-invasive
methods of aneuploidy testing. These methods are not as reliable as invasive
methods, hence in case of positive results, it is recommended to obtain a
confirmation by one of the invasive methods.

In the non-invasive prenatal testing a sample of maternal blood is col-
lected. A cell-free DNA is obtained from blood plasma. According to the
research of Lo et al [10] 3-13% of maternal plasma are comprised of fetal DNA.
In the further process DNA sequencing followed by computational analysis
is applied in order to obtain predictions for selected types of aneuploidy.

1.3 DNA sequencing

Sequencing is a process of obtaining genetic information encoded by order of
bases in DNA. DNA can be defined as set of words over the alphabet
Yp = {AC/T,G}.
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The first techniques of DNA sequencing were established in 1970s and a
reference of the whole human genome was obtained in 2003. The most recent
sequencing methods, also called new generation sequencing, are constantly
decreasing the time necessary for determination of human genome, lowering
the costs and trying to make DNA sequencing commercially available and
affordable. Multiple commercial and research methods are used by different
companies and research centres in order to obtain the structure of various
DNA samples. Samples that we used later in our experiments were sequenced
by a major sequencing company I[llumina.

As human genetic information is encoded in over 3 billion bases, no avail-
able sequencing technology is able to evaluate all of them in one piece. The
DNA sequence is therefore randomly cut into smaller pieces, in which the
order of bases is easier to determine. These small fragments are sequenced
from one side, the base-order is obtained in pieces of text information, called
sequencing reads, and mapped back to the reference of human genome. Ge-

nome of each individual differs in certain bases from genome of any other
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person. When the reads are mapped back to the human genome reference,
slight differences between the sample ganome and human reference are al-
lowed. Only reads that can be uniquely mapped to only one position in
genome are usually considered for further analysis. When the full set of
sequencing reads is mapped to the genome, the base-sequence for each chro-
mosome is revealed. Tho process of obtaining of the order of bases in DNA is
illustrated in Figure 1.3 [6]. To ensure high reliability of the outcome, more
strands of DNA are used for sequencing. All of them are cut randomly into
smaller pieces, which results in a massive amount of randomly overlapping
reads and thereby more reads mapped to every specific position. The allign-
ment of overlapping reads to reference sequence is illustrated in Figure 1.4
[6] This decreases the probability of erroneous base-mapping. The average
number of reads mapped to each position in genome is called read coverage.

If similar repetitive subsequences are present in DNA a problem arises, as
the reads can not be mapped to this position in a unique way. To overcome
this complication a fragment of DNA can be sequenced from both sides. The
outcome of this approach are pair-end reads (mate pairs) - a certain number
of bases is determined from each side of the fragment, allowing some bases
in the middle of the fragment to be unknown in this read. An example of
pair-end reads is shown in Figure 1.4.

A DNA sequence can be evaluated at different level of accuracy, which
is labeled as sequencing quality. Sequencing quality 10 stands for base call
accuracy of 90%, expressing the probability, that 1 in 10 bases was evaluated
incorrectly. The Illumina sequencers produce majority of sequencing reads
with quality higher than 30, which stands for 99.9% base call acuracy, mean-
ing that an incorrectly determined base should occur once in 1000 bases.

[7]
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1.4 GC content bias

Benjamini and Speed [1] defined GC content bias as a dependence between
content of guanine and cytosine bases found in Illumina sequencing data and
read coverage. In other words, GC content in a sequence influences how
many reads mapped to this sequence will be obtained from DNA sequencing.
This fact can corrupt results of further analyses of genome, for instance in
the case of methods based on observing the abundance of some bases, the
only cause of difference in results among various samples can be GC content
bias.

A roughly linear GC content bias was first observed by Dohm et al (Sub-
stantial biases in ultra-short read data sets from high-throughput DNA se-
quencing) in 2008. Later it was shown, that GC content bias is not linear.
The bias is not consistent among different DNA samples or even among re-
peated experiments. Figure 1.5 [1] illustrates different behaviour of number
of sequencing reads mapped to segments with various GC content among two
sequencing libraries of the same sample (the GC content bias is different in
each sequening run). It is known, that GC bias depends on the base content
of a whole DNA fragment, not just the sequenced read. Both GC- and AT-

rich fragments are affected by this effect and underrepresented in the results
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Figure 1.5: Numbers of reads mapped to fragments with different GC content

of sequencing.

Since its discovery GC bias has been subjact to many studies trying to
proove its origin and suggesting methods for removing the GC bias and
producing unbiased data. Untill today the most efficient and suitable method
of GC bias correction was not agreed upon. In our work we focused on
two particularly interesting methods: Loess correction and within-sample

comparison scheme.

1.5 Problem statement

As already mentioned, in the process of aneuploidy prediction a number of
reads mapped to each segment of genome is crucial. However, the number of
reads is affected by CG content bias and depends on the DNA sequence itself.
This parameter causes biased results. As the positive answer in aneuploidy
prediction might lead to the pregnant woman undergoing an abortion, it
is essential, that the results are as precise as possible. Therefore in our

work we focus on suggesting different methods, inspired by recent research
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and publications, reducing GC content bias. We aim to implement different
methods of reducing GC content bias and examine the effectiveness of those
methods alone as well as combined.

When a DNA sample is tested for presence of aneuploidy a final number,
referred to as z-score, is computed for the sample. If the z-score is higher
than 3, the sample is expected to be trisomic and non-trisomic in the other
case. However if the result lies in a range between 2.5 and 4.0, the presence of
trisomy is not clear as such results might be a consequence of some inaccuracy
in sequencing (e.g. GC content bias).

By applying methods of GC correction to sequencing results, we expect
z-scores of the DNA samples to converge to values, which can clearly deter-

mine presence of aneuploidy.



Chapter 2
GC correction

In this chapter we describe the method of aneuploidy prediction and intro-
duce the methods of GC correction, that we implemented.

We adopted two common approaches to GC bias correction: Loess and
within-sample correction. In first stage a Loess correction was applied. Three
different methods of within-sample correction were designed and applied to
Loess corrected as well as uncorrected data. The flow chart in Figure 2.1

illustrates the order of applied methods.

2.1 Sequenced samples

For implementation and testing of our methods we used a set of different
samples of sequenced genomes, consisting of trisomic and non-trisomic sam-
ples. A subset of diploid samples was selected as training samples. These
were used for estimation of characteristic behaviour of diploid samples. The
rest of the samples were used as testing samples.

Each sample was represented by a file in SAM format, which contains
information about read pairs from the sample mapped to various positions

of the reference genome (we describe SAM file format in section 3.3).

13
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2.2  Quality filtering

For a read pair to be considered for further analysis, both reads of the pair
had to be mapped to the same chromosome, both with mapping quality
greater or equal to 40 and the insert size (number of bases between end of
the first and end of the second read) had to be lower than 10 000. Segments
of DNA, in which any indeterminable bases (positions for which an exact
base was not obtained in reference genome) occure in reference genome, were

omitted in further analysis.

2.3 Non-invasive aneuploidy prediction

As we already mentioned in section 1.2.1, we focus on predicting aneuploidy
from a blood sample of pregnant women. In the process of prediction fetal
DNA is extracted from this sample, sequencing methods are applied and
sequencing reads are obtained. These reads are mapped to specific posi-
tions in reference human genome. The results of this primary analysis are
stored in .SAM files, each of the tested subjects being represented by one
file. In order to predict trisomy, sequencing reads are sorted depending on
the chromosome, to which they were mapped. The sum of reads mapped to
each chromosome is computed. If the sample is trisomic the ratio of reads
mapped to trisomic chromosome should be higher than in diploid sample.

Chromosome ratio was defined as

S,
= 2.1
= (2.1)

where s; is sum of reads mapped to chromosome ¢ and s., is sum of all the
reads, that were uniquely mapped to any autosome (chrl - chr22).

A set of diploid samples is essential in order to determine usual chro-
mosome ratios. In our work we used a set of non-trisomic samples for this
purpose. The chromosome ratio was estimated only for chromosome 21 of

each sample. This was due to the fact that not many samples with other
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trisomies are available and therefore it would be difficult to test our methods
on trisomies other than 21. However, the same process can be followed for
any other chromosome.

The set of chromosome ratios of unaffected samples follows normal distri-
bution. Normal distribution is a statistical distribution of continuous random
variables denoted N(u,o?), where p represents mean of the distribution and
o its standard deviation. The 3-sigma rule applies to normal distribution,
stating that 99.7% of the values lie no further than 3 standard deviations
from the mean. We use this theorem for assigning a final z-score to a sample.

Z-score of chromosome 21 was computed for each testing sample with
following equation:

o1 — H

‘= (2.2)

where p stands for mean of the normal distribution of reference euploid
samples and ¢ stands for its standard deviation. If the z-score of given
testing sample is greater or equal to 3, it is evaluated as trisomic. Z-score of
euploid sample should be in interval of [—3, 3|, but since we were examining

only trisomy 21, the condition of z < 3 is sufficient for our purposes.

2.4 Loess GC correction

Most of current GC corrections follow a common pattern based on the idea,
that fragments of DNA with similar percentage of GC content should behave
alike. Reference genome is divided into segments of selected size called bins
and relative abundance of cytosine and guanine nucleotides (GC content),
expressed in percentage, is determined for each of them. For each sequenced
sample a curve describing the conditional mean read count per GC value is
estimated. The resulting GC curve implies predicted read count for each bin
based on GC content of the bin. [1]

Among others Liao et al. [9] used this approach to GC correction. In
order to obtain GC curve they applied local weighted regression to mean

read counts against GC content. We followed similar approach.
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The reference genome was divided into bins of wished size and the per-
centage of G and C bases was estimated for each bin. We rounded percentual
GC contents to one decimal place.

Quality filtering described in section 2.2 was applied to read pairs of a
sample. For each bin in the testing sample a number of reads mapped to this
bin was determined.

For each possible GC content a list of bins with the respective GC content
was assigned. The mean number of reads mapped to respective bins was

estimated for each GC content:

where p is percentage of GC content, n, is number of bins of given size with
p% of GC content, r¥ is number of reads mapped to bin ¢ with GC content
p. A weight was assigned to each GC content depending on how many bins
had corresponding content:

wy, =Ny (2.4)

Weighted loess regression was applied to the list of means m, with weights
w,. Local weighted regression (loess) estimates regression surface through a
multivariate procedure fitting a function of independent variables locally and
in a moving fashion. Some m,, values can be significantly higher or lower than
the rest if only few bins have GC content p. Loess regression smooths the
values of means m, and removes local extremes, caused by insufficient read
coverage for some percentual GC contents.

A corrected number of reads was estimated for each bin:
Te = Tu — (Toess — €(T)) (2.5)

where 7, is uncorrected number of reads mapped to the given bin, 7, is
mean of read count mapped to bins with the same percentual GC content as
GC content of the given bin, smoothed by the weighted local regression. e(r)

is expected average number of reads per bin for the chromosome, to which
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the given bin belongs, and is determined as overall number of reads on the
chromosome over the number of bins of selected size in the chromosome.

As in previous method, a sum of corrected read counts was computed for
each chromosome and ratio of chromosome 21 was estimated using equation
2.1. A set of training samples were used to form normal distribution and

z-score for each testing sample was determined with equation 2.2.

2.5 Within-sample GC correction

Sehnert et al [14] developed method for overcoming interrun sequencing vari-
ations. They propose to normalize the read counts on one chromosome with
the total number of reads on predefined set of chromosomes. Presence of chro-
mosomal mutation is determined using set of control samples. A chromosome
ratio is obtained similarly as in equation 2.1, but sum of reads mapped to all
autosomes is replaced by sum of reads of predefined chromosomes.

Straver et al [15] focused on abnormalities of this method trying to im-
prove it. They pointed out, that different read frequencies are characteristic
for different genome regions. Between-sample comparisons suffer from this.
Within-sample comparisons at the other hand do not: Areas with equal read
characteristics will behave the same way within a tested sample. They pro-
posed a within-sample comparison using reference bins with similar behavior
as a tested bin. They applied Loess normalization of GC content first and
then used a set of healthy diploid samples to determine the within-sample
reference bins with similar behavior as tested bin.

We implemented similar within-sample GC correction. First we identi-
fied a set of reference bins for each testing bin. The same set of training
samples as in part 2.3 was used. Genome was divided into two parts: target
- chromosome 21 (chromosome of interest) and reference - other autosomes
(sex chromosomes were omitted in this method). The read pairs were filtered
according to the method described in section 2.2. For each bin in both target

and reference, number of reads mapped to this bin was determined for each
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training sample.

In one of implementations Loess GC correction described in section 2.3
was applied to normalize read counts of target and reference part of sample.
The other implementation performed only within-sample GC correction without
previous use of Loess correction.

For each target bin squared Euclidean distance to all combinations of a

reference bin and the target bin was computed using following equation:

n

D(i,j)* = Y _(Ri,~R;.)? (2.6)
s=1
where D(i, j)? is squared Euclidean distance between target bin ¢ and refer-
ence bin j, s iterates trough set of training samples, R;, and R;, are numbers
of reads in sample s on target bin ¢ and reference bin j, respectively. For each
target bin a set of 100 reference bins with lowest squared Euclidean distance
to the bin was selected.

Testing samples were divided into target bins from chromosome 21 (chro-
mosome of interest) and reference bins from all other autosomes. Number
of reads mapped to each bin was determined according to the same criteria
that were used for training samples. Scores for each pair of target bin and
reference bin were estimated, which allows us to evaluate presence of various
chromosomal mutations (e.g. only a part of chromosome is redundant). How-
ever, we focused mainly on determination of final z-score for each sample.
For obtaining final z-scores we used 3 different methods in order to see which
method yields the most accurate results. We executed each of following
methods with different bin sizes for both Loess corrected and uncorrected

read counts.

2.5.1 Method 1

For each target sample and each reference bin (from the set of reference bins
obtained from training samples) a z-score is estimated: Differences between

number of reads on the specific reference bin and number of reads on all
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other 99 reference bins is computed:
djk =TTk (27)

where djj, is difference between reference bins j and £, ; and r;, are numbers
of reads mapped to bin 7 and bin £ in the testing sample, respectively. These
99 differences from reference bin j are expected to follow normal distribution
N(py, 0]2). We determine the difference d; between target bin and reference
bin j:

dy =17, (2.8)
where 7, and r; are numbers of reads on target bin and reference bin j in

testing sample, respectively. A z-score is determined with following equation:

.- di—f1

gj

(2.9)

where 1; is mean and o is standard deviation of normal distribution N (u;, 0?)
of differences dj.

That way 100 z-scores are obtained for each target bin. A score of a
specific bin is defined as median of z-scores for this bin and a score for sample
is defined as median of scores of its bins.

Scores of all training samples are obtained using this method, forming a
normal distribution Ni(p1,0?). Final z-score of a testing sample is obtained

with following equation:
!
01

Zfinal = (210)

The sample was evaluated as trisomic if 2, > 3 and non-trisomic otherwise.

2.5.2 Method 2

The second method is very similar to Method 1: 100 z-scores for each target
bin are obtained the same way as in 2.4.1 Method 1. This way we get
a matrix Z of z-scores of size 100 x number of bins. The only difference

between Method 1 and Method 2 is the way in which the score for sample is
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defined. In Method 2 score for the sample is median of all values in matrix
Z.

Scores of all training samples are obtained using this method, forming
a normal distribution N(ug,03). Final z-score of a testing sample is ob-
tained with equation 2.10 using mean and standard deviation of distribution
N(p2,03). The sample was evaluated as trisomic if e > 3 and non-

trisomic otherwise.

2.5.3 Method 3

A testing sample is divided into target and reference bins and number of
reads mapped to each bin is estimated according to the same principles as
in previous methods.

Relative read counts of the set of refference bins of each target bin fol-
low normal distribution N (p,0?). Score for target bin j is computed using

following equation:
e p
o

(2.11)

where r; is number of reads mapped to target bin, ¢ is mean and o is standard
deviation of normal distribution N(u,0?). Score of a sample is defined as
median of scores of bins.

Scores of all training samples are obtained using this method, forming a
normal distribution Nj(u1,0%). Final z-score of a testing sample is obtained
with equation 2.10. The sample was evaluated as trisomic if 2y > 3 and

non-trisomic otherwise.



Chapter 3
Implementation

In this chapter we describe implementation of suggested methods. First we
describe files used in our implementation and introduce used programming
language and environment. Then we describe classes, that we created in our

implementation.

3.1 Reference genome

For implementation and testing of our methods we used human reference
genome (hg19), downloaded from the UCSC Genome site
http://hgdownload.cse.ucsc.edu/goldenPath /hgl9/bigZips/, that was produ-
ced in 2009 by Genome Reference Consortium.

Beginning of a chromosome in hgl9.fa is denoted by line starting with
'>7 and containing name of the chromosome. Lines with bases of this chro-
mosome follow until te end of chromosome. After that a line starting with

>’ and denoting the beginning of next chromosome follows.

3.2 Sequenced samples

We used 110 different samples of sequenced genomes. All of the samples were

tested for trisomies before and we were familiar with results of this testing.

22
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Trisomy 21 occurred in 31 samples, rest of the samples were unaffected by
any chromosomal mutations (diploid). Trisomies 13 and 18 were not present
in our testing set. 60 diploid samples were used for implementation purposes
in correction methods, allowing us to train characteristic behaviour of diploid
samples. 31 samples with trisomy 21 and 19 diploid samples were used to
test our methods of GC correction. We had a file in SAM format representing

each of 110 samples.

3.3 SAM file format

SAM file format (Sequence/Alignment Map) specifies a structure for stor-
ing reads obtained from sequencing a DNA sample, uniquely mapped to the
reference. SAM format supports single-end, pair-end reads and their com-
binations. Each SAM file consists of optional header section and mandatory
alignment section. Data are stored in TSV (Tab Separated Values) format
- a line symbolizes an read alignment and values of properties of each read
alignment are separated by a tab stop character. An alignment line contains
information about one read (in case of read pairs, two consecutive lines hold
information about the pair). Each line has 11 mandatory and other optional
fields. Mandatory fields must be present, but they can be filled with "*” or
0, depending on type of the field. [§]

Among others, each alignment line has field RNAME containing name
of base sequence (chromosome), field POS holding the position to which the
beginning of read was mapped, field MAPQ storing mapping quality, with
which the read was mapped to reference and field TLEN storing the length
of fragment. In case of read pairs it is length of fragment defined by the
beginning of the first read and the end of the second read. [13] SAM file,

that we used contained pair-end reads.
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3.4 Java and Eclipse

We decided to implement proposed methods in Java language. Java is cur-
rently one of the most frequently used programming languages, offering rich
user interface, portability and performance. Other major advantage of Java
is that most of the classes and methods available are well documented.

The best method of GC correction should be used in application, that
is already implemented in Java. Compatibility with this application was a
main reason for using Java for our implementation.

For developement we used environment of Eclipse. Eclipse is a free and
open-source integrated developement environment. It consists of workspace

and extensible set of plug-ins that allow to accomodate the environment.

3.4.1 SAM Tools library

SAM Tools is a java package intended for work with files in SAM format.
It provides various utilities for manipulating alignments in the SAM format,
including sorting, merging and indexing. For work with SAM files we used
classes SAMFileReader, SAMRecordIterator and SAMRecord from this pack-

age.

3.4.2 Commons Math library

Commons Math is the Apache Commons mathematics library of lightweight,
self-contained mathematics and statistics components addressing the most
common problems not available in the Java programming language or Com-
mons Lang. For implementation of our classes we used classes LoessInter-

polator and StandardDeviation.
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3.5 Maven

Apache Maven is a software project management tool based on the concept
of a project object model (POM). Maven can manage a project’s build, re-
porting and documentation from a central piece of information. It provides
a uniform build system allowing a project to build using its project object
model (POM) and a set of plugins that are shared by all projects using
Maven. One of the features of Maven is dependency management, which
enables centralization of dependency information.

We used classes from SAM Tools and Common Math libraries. To integ-
rate the libraries to our project we defined a dependencies in pom.xml file of

the project. Following dependency was defined for SAM Tools library:

<dependency>
<groupld>org.utgenome.thirdparty</groupld>
<artifactId>picard</artifactId>
<version>1.102.0</version>

</dependency>

3.6 Java classes

In this section we describe Java classes, that we implemented. Classes Bin-
Content, GCContents, GecContentManager, SamFileChContents, ChrGcPer-
centage and CorrectedReadCounts provide methods for Loess GC correction.
Class MainStatistics produces corrected and uncorrected read counts and
class TrainingDistribution computes z-scores for testing samples using Loess
corrected and uncorrected reads. Classes CorrelationStruct and BinCorrela-
tion implement 3 methods of within-sample correction. Figures 3.1 to 3.10

show each of the implemented clases described in UML language.
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BinContent

~ MNContent: double
~ GecContent: double

Figure 3.1: Class BinContent

GeContents

- binSize:int
~contentMap: HashMap<String, ArrayList<GeContentss

~ GecContents(): GeContents

~ returnChrContentsichrName: String): ArrayList<BinContent=
~ setBinSize(size: int):

~ getBinSize(): int

~ getM(chr: String, bin:int): double

~getGC(chr: String, bin: int): double

Figure 3.2: Class GeContents

3.6.1 BinContent

Class BinContent represents one bin of human reference genome (hgl9) of
arbitrary size and stores GC content of this bin. It has variables NContent
and GceC'content. NContent holds percentage of indeterminable bases in bin
(denoted by N in hgl9) and GeContent holds percentage of G and C bases
in the bin. Percentage of A and T bases does not have to be stored since it
can be computed as AtContent = 100 — GeContent — NContent.

3.6.2 GcContents

GcContents is a structure for storing GC content of the reference genome.
It holds an information about GC content for each segment of specific size,
that is stored in variable binSize. The actual bin size is set via class GC-
ContentManager once the GC content of a sample is succesfully loaded.
GcContents also has a variable contentmap storing the actual GC con-
tent information of a sample. contentmap is of type HashMap<String, Ar-

rayList <BinContent>>, where key is name of chromosome and value is an
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GeContentManager

~ BinCounts: HashMap<String, Integer=
- chrNames: ArrayList=String=

- path: String

- sourcePath: String

~ GeContentManager(_path: String, _sourcePath: String):
GecContentManager

~ getSourcePath(): String

~ getDestPathi(): String

~ getChrNames(): ArrayList<String=

~ getChrname(index: int): String

~ lpad(binSize: int):

~ getContents(binSize: int): GcContents

Figure 3.3: Class GecContentManager

ArrayList<BinContent> representing that chromosome.
GcContents has mainly get-methods returning bin size, ArrayList repres-
enting specific chromosome or GC and N content of specific bin on specific

chromosome.

3.6.3 GcContentManager

GcContentManager is a class, that reads the file storing bases of reference
human genome (hgl9.fa) and computes GC content for fragments of desired
size.

Method load() with parameter bin size loads hgl9.fa, when a beginning of
a chromosome is detected, the method creates a new .bin file, where numbers
of GC and N bases in each bin of selected size are written. A .bin file storing
such information has smaller size and is faster to process than a .txt file with
the same content.

Method getContents() with argument bin size creates and returns Ge-
Contents structure, that is filled by data stored in .bin files from method
load().

This class also stores a HashMap<String, Integer>, where key is a name
of a chromosome and value is number of bins of this chromosome (corres-

ponding to do bin size set in getContents() method).
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SamFileChContents

- chr: String
-binSize:int

- readCount: int
~contents: int])

~ SamFileChContentsichName: String, bSize: int, binCount:
int): SamFileChContents

~getReadCount(): int

~ getBinSize(): int

~getChrName(): String

~ readFile(f: File):

~ notZeroReadsBinCount(): int

Figure 3.4: Class SamFileChContents

3.6.4 SamFileChContents

SamFileChContents is a class representing reads mapped to one chromosome.

The class has a method readFile() with argument file, which loads a
specified SAM file and counts number of read pairs for each bin of the chro-
mosome. The SAM file is loaded via SAMFileReader class from samtools
package. SAMRecordlterator (class from samtools package) is obtained from
SAMFileReader. Method next() of SAMRecordlterator returns SAMRe-
cords. SAMRecord is a class from samtools package, that stores information
about a single read or about one of reads in a read pair. The readFile()
method iterates through SAMRecords and checks if each two consecutive
reads (forming one read pair) fulfill criteria to be considered as correctly
mapped and eligible for further analysis. A read pair was considered if both
reads were mapped to the same chromosome (SAMRecord.getReferenceName())
with mapping quality > 40 (SAMRecord.getMappingQuality()) and if the
size of fragment defined by read pair was < 10000 (SAMRecord.getInferredIn-
sertSize()). A read pair was mapped to the bin in which the first read of
the pair was starting (SAMRecord.getAlignmentStart()). Number of reads
mapped to each chromosome was stored in array of integers, where index
stands for number of bin and value for number of read pairs mapped to this
bin.

SamFileChContents also has a notZeroReadsBinCount(), that returns
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ChrGePercentage

~ percentageContents: HashiMap<Double, ArrayList<integers=
~ weights: double]]

~ ChrGecPercentage(): ChrGePercentage

~ update{sam_chromosomes: SamFileChContents[] , gc_c: GeContents):
~ average(): HashMap<Double, Double>

~ loessinterpolation{averages: HashMap<Double, Doubles): double(]

~ normalizeWeights():

Figure 3.5: Class ChrGcPercentage

number of bins, to which more than 0 reads were mapped. This class also
stores name of the chromosome and the bin size for which the mapping is

executed.

3.6.5 ChrGcPercentage

This class contains Hashmap<Double, ArrayList<Integer>>, with GC con-
tent rounded to one decimal place as a key and ArrayList storing numbers
of reads mapped to bin with corresponding GC content is value mapped to
the key.

A method update(), with an array of SamFileChContents and a GeCon-
tents passed as arguments, loads number of reads of each bin to the ArrayList
of corresponding GC content in the HashMap. An invariant is set: bin size
stored in SamFileChContents and GcContents has to be equal. A bin is
considered only if no N (undeterminable) bases occur in this bin in hgl9.fa
(Reads mapped to bins containing undeterminable bases are discarded).

A method average() computes average read count for bins with each pos-
sible GC content rounded to one decimal place and weight for each content
(number of reads on the content over number of all reads)

Method loessInterpolation() executes weighted local regression on list of
averages. For this purpose class LoessInterpolator from apache.amth.commons

is used. Only GC contents with weight > 0 are used for interpolation.
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CorrectedReadCounts

~chMame: String

~uncorrected: double])

~corrected: double[]

~ loessValues: double(]
~readCount: int

~binCount:int

~ gontentList: ArrayList<BinContent>
~ correctedSum: double

~ CorrectedReadCounts{uncorr: int]], loess: double[], reads: int,
bins: int, list: ArrayList<BinContents): CorrectedReadCounts
~ correct():

Figure 3.6: Class CorrectedReadCounts

3.6.6 CorrectedReadCounts

This class has only one method correct(), that corrects number of reads on a
chromosome obtained from SAM file. If the original number of reads on bin
was 0, the method will produce 0 as corrected value for this bin. Otherwise

number of reads will be corrected:

double expected_val = (double)this.readCount/this.binCount;
for (int i = 0; i < uncorrected.length; i++){

if (uncorrected[i] == 0){
0;

corrected[i]
} else {

BinContent c

contentList.get (i) ;
double gcBinPercentage = c.GcContent;
int index = (int) (gcBinPercentage*10) ;
corrected[i] = uncorrected[i] -

(this.loessValues[index] - expected_val);

readCount and binCount are number of reads in the whole chromo-
some and number of bins of specified size in the chromosome, respectively.

uncorrected is an array of uncorrected read values, corrected is an array
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MainStatistics

+ main():

Figure 3.7: Class MainStatistics

of corrected read values. contentList is an Arralist storing information
about GC content (in class BinContent) for each bin of the chromosome.
loessValues are smoothed mean values of number of reads for GC con-
tent (return value of method loessInterpolation() of class ChrGcPercentage).
Method correct() also counts overall number of corrected reads on the chro-

mosome.

3.6.7 MainStatistics

This is a class with a main method, in which the Loess correction is executed.
The method is intended to be executed from command line with 4 arguments:
reference to SAM file name, bin size, address of output directory and reference
to hgl9.fa.

GcContentManager and GeContents are created, number of reads is loaded
for each chromosome via SamFileChContents class. Output .txt files with
uncorrected numbers of reads are produced for each chromosome. ChrGe-
Percentage class is created, mean read numbers of reads for GC content
are estimated and smoothed by loess interpolation. Object of class Correc-
tedReadCounts is created for each chromosome and read counts are corrected.
Corrected values of read counts for each bin are written to .txt files (one file

for one chromosome).

3.6.8 TrainingDistribution

Class TrainingDistribution has a main method, that loads .txt files with num-
ber of reads for each bin, chromosome and training sample (files produced by

main method of class MainStatistics). Ratio of chromosome 21 is determined
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TrainingDistribution

~ p21:double[]
~ mi: double
~ sigma: double

~ Training Distributioniprobabilities: double[)): TrainingDistribution
~ zscore(probability: double): double

~mean/array: double[]): double

~ median(array: double[]): double

~max(array: double[]): double

~min(array: double[] ): double

+maini):

Figure 3.8: Class TrainingDistribution

CorelationStruct

~ position: int
~value: double

Figure 3.9: Class CorrelationStruct

for each of 60 training samples as sum of reads on chromosome 21 over sum
of reads of all autosomes (chrl — chr22). These ratios are expected to follow
normal distribution. Mean and standard deviation of the distribution are
obtained. Ratio of chromosome 21 is estimated for each sample and z-score

is assigned:

double z_score = (probability - this.mi)/this.sigma;

where mi and sigma are mean and standard deviation of the distribution,
respectively. The main method executes this computations first with uncor-
rected numbers of reads and then with corrected numbers of reads (computed

by class MainStatistics). The resulting z-scores are written to a .txt file.

3.6.9 CorrelationStruct

This class works as a structure for storing one integer — position, and one

double — wvalue. CorrelationStruct represents correlating reference bin of a
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BinCorrelation

~train_samples: String[]
~test_normal: String(]
~test_trisomic: String|)

~medianiarray: double[]): double

~removeNaN(array: double[]): double[]
~getMethod3Scores|directory: String, sample_name: String,
corPositions: ArrayListArrayList<integers=): double]]

~ getZScores(directory: String, sample_name: String,
corPositions: ArrayList<ArrayList<integer==): double[]
~getBinCounts{binSize: int):int]]

+ main():

Figure 3.10: Class BinCorrelation

target bin in within-sample GC correction. position stores the position of
reference bin and value stores value of squared Euclidean distance between

corresponding reference bin and a target bin.

3.6.10 BinCorrelation

This class has a method removeNaN() which takes array of doubles as an
argument and returns new array without NaN values.

It has a main method in which ArrayList<ArrayList<Double>> is cre-
ated to store number of reads on each bin of each training sample. ArrayList
<Double> is a list of read counts for one bin, where read count for different
sample is on each index of the list (there are 60 training samples, hence 60
read counts in one list). ArrayList<ArrayList<Double>> then represents
one or more chromosomes. Read counts are loaded from .txt files produced
by main method of class MainStatistics.

An empty list of correlating reference bins is created for each sample.
Relative numbers of reads are determined — a read count on specific bin and
sample is divided by number of all reads of that sample. Squared Euclidean

distance is computed for each target bin and each reference bin:

double SqEuclidianDist = O;

for (int k = 0; k < correlation.train_samples.length; k++){
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double rel2l = b21.get(k)/overallReads.get (k) ;

double relD = bOther.get(k)/overallReads.get(k);

SqEuclidianDist += (rel2l - relO) * (rel21l - rel0);
}

where 021 represents target bin and bOther represents reference bin. k iter-
ates through the set of training samples. If size of list of correlating reference
bins for current target bin is lower than 100, the reference bin is added to the
list. Otherwise a bin with maximal Euclidean distance in the list is deter-
mined and its value is compared to the Euclidean distance of the currently
processed reference bin. If the Euclidean distance of currently processed
reference bin is lower, it replaces the bin with maximal value in the list.
This way a 100 correlating reference bins with lowest Fuclidean distance are
determined for each target bin.

For each target bin a sum of squared Euclidean distances of correlating
reference bins is checked. If the sum is 0, the target bin is most probably
one of the bins, that contain indeterminable bases and therefore no reads
were mapped to this bin. We do not want to consider such bins in further
analysis, so list of correlating reference bins is in such case filled with -1.

100 z-scores are determined for each target bin in method getZscores().
If the list of correlating bins of a target bin is filled with -1, NaN values
are returned as z-scores for that bin. Otherwise a list of differences is cre-
ated. Each of them stands for difference from current correlating reference
bin to other of the correlating reference bins, which is together 99 differences
for each correlating reference bin of each target bin. These 99 values follow
normal distribution, of which mean and standard deviation are obtained.
For obtaining a standard deviation class StandardDeviation from package
apache.math.commons is used. A difference from target bin to current cor-
relating reference bin is determined and z-score for the pair (current target

bin and current reference bin) is estimated:

double r21 = reads2l.get(i)/overallReads;
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double diff = r21 - corelatingl[j];

z_scores[i] [j] = (diff - mean)/deviation;

After that a score is determined for each sample twice: first a bin median
value is established from 100 z-scores of each target bin and a score of the
sample is determined as median of bin medians. Secondly a sample score is
determined as median of all the values in the matrix of z-scores. In order to
obtain a median value NaN values are removed from the corresponding array
by method removeNaN(), because Java considers NaN as an actual number
with high value, which produces higher median.

Scores for training samples are obtained the same way, forming a nor-
mal distribution. A mean and standard deviation of the distribution are
estimated. A final z-score of each testing sample is determined.

Final z-scores according to method described in section 2.4.3 are obtained
for testing samples in method getMethod3Scores(). Corrected and uncorrec-
ted reads are loaded from .txt files produced by main method of class Main-
Statistics. For each target bin a list of correlating reference bins is present.
If the list of correlating bins is filled with -1, NaN is set as a z-score of that
target bin. Otherwise relative read counts on correlating reference bins are
determined, forming a normal distribution. Mean and standard deviation of

the distribution are estimated and a bin score is determined:

double sum = O;

for (int j = 0; j < cor_notNaN.length; j++){
sum += cor_notNaN[j];

}

double mean = sum/(double)cor_notNaN.length;

StandardDeviation std = new StandardDeviation();

double dev = std.evaluate(cor_notNaN);
double r21 = reads2l.get(i)/overallReads;
scores[i] = (r21 - mean)/dev;

Score of a sample is obtained as median of bin scores.
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Scores of training samples and testing samples are obtained. Scores of
training samples form a normal distribution. Mean and standard deviation
of this distribution ar determined and a final z-score for each testing sample
is obtained.

Final z-scores obtained from all methods are written to .txt files.



Chapter 4

Results

4.1 Sequenced samples

We used 110 samples of sequenced DNA, read alignments of each sample
were described in separate SAM file. All of the samples were previously
tested for aneuploidies with invasive diagnostic methods and we were familiar
with outcome of the testing: out of 110 samples 31 were trisomic (trisomy
21), all other (79) samples were diploid. Trisomy 13, 18, trisomies of sexual
chromosomes or other aneuploidies were not present in our set of samples.
That is why we examined only presence of trisomy 21 in all samples.

From 110 samples 60 diploid samples were used as a training set for the
proposed methods. Other 50 samples were used for testing. The testing set
consists of 31 trisomic and 19 diploid samples. By performing the tests we

intended to obtain confirmation of previous diagnosis for the samples.

4.2 Testing

At first, results of a regular prediction of trisomy 21 without any correction
(section 2.2) were obtained. Secondly, the Loess correction (section 2.3) was

applied, corrected read counts and z-scores of this method were obtained.

37
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Consequently all within-sample correction methods (section 2.4) were ap-
plied to uncorrected as well as to corrected read counts and z-scores from all
methods were determined.

In all the methods, that we implemented, an arbitrary bin size could
be selected. All of the methods were performed with 3 different bin sizes:
20 000, 100 000 and 500 000 bases. Figures 4.1, 4.2 and 4.3 illustrate z-scores
of testing samples for different methods with bin size 20 000, 100 000 and
500 000, respectively. On x-axis UN stands for uncorrected and CO for
corrected set of read counts, the first number describes bin size (in 1000 bases)
and the second number denotes the method used. The resulting z-scores
of each method are presented in Table 4.1 for non-trisomic and Table 4.2
for trisomic samples. For each trisomic and non-trisomic set of samples a
minimum, median and maximum of obtained z-scores are shown.

In some GC correction methods (Method 1, Method 2) applied to bins
of size 20 000, the maximal non-trisomic z-score rose over 3 when the Loess
correction was omitted and to over 2.5 when the Loess correction was applied
first. The version of Method 3 without Loess correction applied to bin size
of 20 000 bases produced minimal trisomic z-score only slightly higher than
3. Desired outcome would be if there were no samples with z-scores from
interval [2.5; 4] as such results might be caused by some imprecision in testing
and therefore are not reliable enough. Diploid samples should have z-scores
lower than 2.5, trisomic samples should have z-scores greater than 4. Even
though Methods 1 and 2 produce higher non-trisomic z-scores when applied
to bins of lower sizes, the trisomic z-scores are considerably higher than 3
and therefore the difference line between trisomic and non-trisomic samples
can still be clearly established. The same way Method 3 applied to bins
of lower sizes produces lower trisomic z-scores, but considerably lower non-
trisomic z-scores at the same time. The difference line between non-trisomic
and trisomic samples can be clearly established also in this case.

In all cases application of Loess correction improved the results - median

trisomic z-score determined by method with Loess GC correction was always
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higher than a median trisomic z-score obtained by the same method without
the use of Loess GC correction. Only in within-sample correction Method 2
for bins of size 500 000, the minimal and maximal z-score decreased with use
of Loess correction, however this descent is not significant and the median
z-score is still higher with use of Loess correction. On average the Loess
correction helped to increase the difference between the maximal non-trisomic
and minimal trisomic z-score.

The most successful method of GC bias correction was Loess correction
combined with Method 2 of within-sample correction applied to bins of size
20 000 bases. The highest rise in trisomic z-scores was observed after ap-
plying this method: the median z-score rose by almost 5 and the maximum
z-score rose by almost 11. Method 2 combined with Loess correction gener-
ally performed well in combination with all tested bin sizes.

In respect to correction of both trisomic and non-trisomic z-scores, was
Loess correction combined with Method 3 of within-sample correction most
successful, as the z-scores obtained by this method never lay in interval
2.5; 4].

In case of within-sample correction methods, the non-trisomic median
z-scores were expected to be close to 0. In order to check the accuracy
of proposed within-sample correction methods, the z-scores of non-trisomic
training samples were determined and processed. The median z-scores of
training samples with use of different methods and bin sizes are shown in
Table 4.3. Median z-scores of training samples are close to 0, which shows

that within-sample correction methods were implemented correctly.
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Table 4.1: z-scores of trisomic samples

Bin size Method Minimum Median Maximum
- without correction 4,57 8,88 28,46
20000 Loess correction 4,87 9,56 29,45
Method 1 5,05 10,03 31,85
Loess + Method 1 5,74 12,11 38,52
Method 2 5,30 11,07 35,92
Loess + Method 2 6,38 13,69 46,43
Method 3 3,01 7,98 27,04
Loess + Method 3 4,76 10,90 34,65
100000  Loess correction 5,00 9,54 29,32
Method 1 4,59 8,21 26,11
Loess + Method 1 5,66 10,56 31,34
Method 2 5,18 10,14 33,06
Loess + Method 2 5,62 10,87 32,67
Method 3 4,63 8,84 28,16
Loess + Method 3 5,74 10,84 32,98
500000  Loess correction 5,00 9,54 29,32
Method 1 5,29 9,90 28,33
Loess + Method 1 5,66 10,56 31,34
Method 2 5,18 10,14 33,06
Loess + Method 2 5,01 10,61 33,02
Method 3 5,24 9,57 27,98
Loess + Method 3 5,64 11,24 35,02
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Table 4.2: z-scores of non-trisomic samples

Bin size Method Minimum Median Maximum
- without correction -1,63 0,62 2,52
20000 Loess correction -1,79 0,69 2,40
Method 1 -0,67 1,06 3,14
Loess + Method 1 -0,89 1,00 2,56
Method 2 0,46 1,50 3,64
Loess + Method 2 -0,57 1,36 2,78
Method 3 -3,31 -0,73 0,44
Loess + Method 3 -2,15 0,03 1,55
100000  Loess correction -1,90 0,71 1,90
Method 1 -2,21 0,58 2,25
Loess + Method 1 -1,52 0,67 2,11
Method 2 -1,40 1,15 2,48
Loess + Method 2 -1,61 0,97 2,21
Method 3 -1,88 0,30 2,13
Loess + Method 3 -1,14 0,60 2,19
500000  Loess correction -1,90 0,71 1,90
Method 1 -1,90 0,55 2,44
Loess + Method 1 -1,52 0,67 2,11
Method 2 -1,40 1,15 2,48
Loess + Method 2 -1,91 0,48 2,45
Method 3 -1,52 0,64 2,15

Loess + Method 3 -1,72 0,36 1,99
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Table 4.3: Median z-scores of non-trisomic training samples produced by

application of within-sample correction methods

Median z-score of
Bin size GC correction method o
training samples

20000 Method 1 0,01
Loess correction + Method 1 -0,14
Method 2 -0,06
Loess correction + Method 2 -0,06
Method 3 0,12
Loess correction + Method 3 0,12
100000  Method 1 0,05
Loess correction + Method 1 0,07
Method 2 0,06
Loess correction + Method 2 -0,03
Method 3 -0,05
Loess correction + Method 3 0,02
500000  Method 1 -0,09
Loess correction + Method 1 -0,02
Method 2 -0,03
Loess correction + Method 2 0,01
Method 3 0,04

Loess correction + Method 3 -0,10




Conclusion

The main aim of our work was to propose GC correction method that would
eliminate z-scores from interval [2.5;4], as those are not sufficiently reliable.
We implemented general method of trisomy 21 prediction. Based on pub-
lished articles the most common method of GC correction — Loess correction,
was implemented. As a second approach, three different within-sample cor-
rection methods were implemented and run on raw data as well as on data
corrected by Loess correction.

The testing on set of trisomic and non-trisomic samples showed, that
Loess correction improved the quality of resulting z-scores in all the cases.
Different correction samples influenced z-scores to various extent. In most
cases the values of trisomic samples lay above 4 and of non-trisomic samples
below 2.5. Method 3 of within-sample correction combined with Loess cor-
rection was observed to be the most efficient method in terms of yielding
non-trisomic z-scores lower than 2.5 and trisomic z-scores higher than 4.
Besides that Loess correction combined with Method 2 of within-sample cor-
rection with use of bins of size 20 000 was identified as the most efficient
method in terms of increasing trisomic z-scores - the mean trisomic z-score
increased by 54% in comparison with uncorrected data. The sharpest rise in
trisomic z-scores was noted when bins of lower size (20 000) were used.

Within-sample correction methods offer a more precise view on chromo-
some ratios in various parts of genome. In this work we focused only on
establishing a z-score for the whole sample. However determination of a

z-score for each bin of the samples creates space for prediction of partial
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chromosomal mutations (loss or gain of part of a chromosome).
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