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ABSTRACT

Imposing additional constraints on multiple sequence alignment (MSA) algorithms can often produce
more biologically meaningful alignments. Hence, various constrained multiple sequence alignment (CMSA)
algorithms have been developed in the literature, where researchers used anchor points, regular expressions,
or context-free-grammars to specify the constraints, wherein alignments produced are forced to align around
segments that match the constraints.

In this thesis, we propose CSA-X, a modularized program of constrained multiple sequence alignment
that accepts constraints in the form of regular expressions. It uses an arbitrary underlying multiple sequence
alignment program to generate alignments, and is therefore modular. The name CSA-X refers to our proposed
program generally, where the letter X is substituted with the name of a (non-constrained) multiple sequence
alignment algorithm which is used as underlying MSA engine in the proposed program. We compare the ac-
curacy of our program with another constrained multiple sequence alignment program called RE-MuSiC that
similarly uses regular expressions for constraints. In addition, comparisons are also made to the underlying
MSA programs (without constraints).

The BAIiIBASE 3.0 benchmark database is used to assess the performance of the proposed program CSA-
X, other MSA programs, and CMSA programs considered in this study. Based on the results presented
herein, CSA-X outperforms RE-MuSiC, and scores well against the underlying alignment programs. It also
shows that the use of regular expression constraints, if chosen well, created from the least conserved region
of the correct alignments, improves the alignment accuracy. In this study, ProbCons and T-Coffee are used
as the underlying MSA programs in CSA-X, and the accuracy of the alignments are measured in terms of
Q score and TC score. On average, CSA-X used with constraints identified from the least conserved regions
of the correct alignments achieves results that are 17.65% more for Q score, and 23.7% more for TC score
compared to RE-MuSiC. In fact, CSA-X with ProbCons (CSA-PC) achieves a higher score in over 97.9% of
the cases for Q score, and over 96.4% of the cases for TC score. In addition, CSA-X with T-Coffee (CSA-
TCOF) achieves a higher score in over 97.7% of the cases for Q score, and over 94.8% of the cases for TC
score. Furthermore, CSA-X with regular expressions created from the least conserved regions of the correct
alignments achieves higher accuracy scores compared to standalone ProbCons and T-Coffee. To measure
the statistical significance of CSA-X results, the Wilcoxon rank-sum test and Wilcoxon signed-rank test are
performed, and these tests show that CSA-X results for the least conserved regular expression constraint sets
from the correct BAIIBASE 3.0 alignments are significantly different than those from RE-MuSiC, ProbCons,
and T-Coffee.
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CHAPTER 1

INTRODUCTION

Multiple sequence alignment (MSA) is a fundamental tool for phylogenetic studies, computational biology,
prediction of functional residues, and prediction of secondary structure of proteins [39]. A large number of
programs have been developed for multiple sequence alignment. Pais et al. [38] recently surveyed different
MSA programs in terms of accuracy and computational time. Most of the state-of-the-art MSA programs
such as ProbCons [15], T-Coffee [37], MAFFT [27] and ClustalW [51] are fully automated, and they allow
the user to adjust a limited number of parameters. So these programs are used without explicitly taking into
account any additional information regarding the sequences, such as functional or structural annotations.
But often expert users have information regarding e.g., active site residues, intramolecular disulphide bonds,
enzyme activities, and conserved motifs [50]. Hence, having a program that can use additional information,
either manually entered, or created automatically from additional annotations, can improve the accuracy of
alignments.

Constrained multiple sequence alignment (CMSA) [49] is a generalization of the MSA problem [7] that
allows expert users to use knowledge regarding the sequences involved in the form of constraints, with a view
to achieving more biologically meaningful alignments. For example, Du and Lin [16] showed that ClustalW
[61] does not align common patterns and similar structures found in sequences consistently. Because of this,
Tsai et al. [50] proposed MuSiC, a web server, that allows constrained alignment of sequences. But many
biologically important motifs such as those listed as regular expressions in the PROSITE [25] database cannot
be formulated as constraints according to the convention followed by MuSiC [8]. To solve this issue, Arslan
[5] and Chung et al. [9] introduced alignment algorithms that accept regular expression constraints. Then,
Chung et al. proposed RE-MuSiC [§], an extension to their previous work [9], to support multiple sequences
and multiple constraints. In that work, they used sequence motifs found in PROSITE as regular expression
constraints to improve the quality of alignments. However, there are some limitations of RE-MuSiC as well,
as it does not allow the use of certain quantification operators such as Kleene star (*) and Kleene plus (+)
in regular expression constraints. Thus, only a subset of regular expressions can be used as input, plus some
other limitations are discussed in Section Arslan [6] also proposed sequence alignment programs guided
by Context Free Grammars (CFG), but this is only limited to pairwise sequence alignment. Moreover,
Morgenstern et al. [35] developed DIALIGN, a web server, that can accept user defined anchor points as

constraints. But this approach has some drawbacks; for example, user specified anchor points may conflict



with one another. To avoid such a conflict, DIALIGN allows users to prioritize anchor points and then it
aligns all anchor points that are consistent with each other.

Studies done by Notredame et al. [37], Katoh et al. [27], Edgar [I7] used benchmark databases to assess
the accuracy of their MSA programs. For RE-MuSiC, such a comparison is not available. As suggested by
Kumar and Alan [28], less accurate MSA results cause negative effects on complex modular program pipelines
that use MSA program as an underlying tool. Hence, it is important to select the best MSA program available
in terms of accuracy.

Since typical MSA programs do not accept constraints, this study proposes a new algorithm and applica-
tion program for CMSA. The proposed program, CSA-X, accepts regular expression constraints and creates
a MSA that forces sections that match the regular expression to align. Furthermore, it is possible to indicate
with an extended regular expression syntax that certain sections of the sequences that match corresponding
sections of the regular expression be forced to align. Thus, it is possible to force characters matching the
same section of a regular expression to align. CSA-X is a modularized program that uses an underlying MSA
program, and because of this reason, it is possible to replace the underlying MSA program with another;
perhaps, an improved program. In addition, this study compares the performance of CSA-X, RE-MuSiC and
X, where X is the underlying MSA program in the proposed tool, with respect to the BAIIBASE 3.0 [52]
benchmark database, and assesses their accuracy in terms of Q score and TC score — two metrics devel-
oped to assess the quality of multiple sequence alignments [I7] — and measures statistical significance of the
results.

In short, this study introduces an extensible modularized tool, CSA-X, that creates more accurate con-
strained multiple sequence alignments compared to the other CMSA algorithm implementation that uses
regular expression constraints. Furthermore, it also shows that if constraints are chosen appropriately, such
as from the least conserved region of the correct alignments, CSA-X gives better results than the underlying

MSA programs.

Layout of this Thesis: Chapter 2 of this thesis introduces the background study, Chapter 3 provides the
goals and objectives of the research, Chapter 4 describes the CSA-X algorithm, Chapter 5 discusses the tools
used to assess CSA-X and other programs considered in this study, Chapter 6 compares CSA-X performance
to RE-MuSiC and other underlying MSA programs used in CSA-X. Lastly, Chapter 7 presents the concluding

remarks and future research directions.



CHAPTER 2

BACKGROUND

2.1 Biological Sequences

There are two types of biological sequences that are of particular interest in this thesis — nucleic acid

sequences and protein sequences.

2.1.1 Nucleic Acid Sequences

A nucleic acid sequence is a chain of nucleotides, where each nucleotide contains a nitrogenous base, a
phosphate group and a sugar. In nucleotides, mainly, five nitrogenous bases (containing at least one nitrogen
atom, and showing the chemical properties of the base) are found. They are adenine (A), guanine (G),
thymine (T), cytosine (C), and uracil (U). Figure depicts the chemical composition of these bases.

The sugar in a nucleotide is a 5-carbon carbohydrate, either ribose or deoxyribose sugar. A deoxyribose
sugar lacks one oxygen atom, hence its name contains the term deoxy. Figure illustrates the chemi-
cal composition for ribose and deoxyribose sugar. If the sugar in a nucleotide is ribose, it is known as a
ribonucleotide, and if the sugar is deoxyribose, then it is known as a deoxyribonucleotide.

Deoxyribonucleic acid (DNA) is a sequence of deoxyribonucleotides, while ribonucleic acid (RNA) is a
sequence of ribonucleotides. Such sequences are usually represented with sequences of the letters A, G, T, C
for DNA, and A, G, U, C for RNA.

DNA stores the genetic information needed for cellular growth, multiplication, and function in all living
organisms. According to the double helical DNA model, DNA contains two single stranded chains of nu-
cleotides, where each nucleotide base forms a hydrogen bond with a complementary base on the other strand.
There is directionality to single-stranded DNA, where one end is known as the 5’ end and the other is the
3" end. Unlike DNA, RNA is often a single stranded sequence of nucleotides. Different types of RNAs exist
in cells such as messenger RNA (mRNA), transfer RNA (tRNA), ribosomal RNA (rRNA), and other small
RNAs [41]. Figure shows an example of the double stranded and single stranded structure of DNA and
RNA respectively.
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2.1.2 Protein Sequences

Amino acids are molecules that contain an amine (-NH2), a carboxyl group (-COOH) and a variable side
chain, denoted by R. Figure represents a general structure of amino acid. Mainly 20 amino acids are
found in proteins. Table contains different amino acid names and their representing 3 letter and 1 letter
codes. Proteins are chains of amino acid residues linked with peptide bonds that perform different tasks in
cells by acting as enzymes to catalyze reactions, serving in a structural role or co-operating in transport of
materials within and between cells [41]. The sequence of amino acids in a protein is known as the primary
structure. For example, the primary structure of the globin protein in Sabella spallanzanii is represented as

(using the one letter codes):

MFRFALLCAFVADASAEGCCSMEDRQEVLNAWEALWSAEYTGRRVMIAQAAFQKLFEKAPDSKALFTRVNVDNIGSPQFR
AHCIRVINGFDTIINMAFDTDVLEELLTHLGNQHTKYQGMRAAYLTHFRESFAEILPQATPCFNTAAWNRCITAMQDKIG
ASLAA

2.2 Obtaining Biological Sequences

The process of experimentally determining biological sequences is known as sequencing. Then protein se-
quencing involves determining the sequence of amino acids in proteins, which is an essential tool to study
the structures and functions of proteins in living organisms. There are mainly three techniques to identify
proteins: direct protein sequencing [43], gel electrophoresis [20], and mass spectrometry [I3]. Likewise, DNA
sequencing refers to the process of identifying the order of nucleotides present in DNA. There are different
techniques for gene sequencing such as Sanger sequencing, and more recently next-generation sequencing.

Mardis [33] presented a detailed discussion about next generation DNA sequencing techniques.

2.3 Some Biological Events

2.3.1 DNA Replication and Mutation

Cell division is an important biological process that causes growth in living organisms. Usually each cell
replicates its DNA before cell division. DNA replication refers to the process of creating two identical DNAs
from a double-stranded single DNA. This process is quite accurate, and through this process the same
sequence of nucleotides gets replicated. As an example, in the case of human cell division, DNA replicates
and passes the same sequence of 3 billion nucleotides to the newly created cell [42]. But sometimes errors
occur in the process, such as if a polymerase enzyme inserts a wrong nucleotide, or too many or too few
nucleotides. Most of these errors are corrected by different repairing processes. But some replication errors
get through the repairing process and generates a different sequence. This process is known as mutation and

because of this process, altered sequences get copied in the next generation through cell division.



Amino Acid Names 3-Letter Code 1-Letter Code
Alanine Ala A
Arginine Arg R
Asparagine Asn N
Aspartic acid Asp D
Cysteine Cys C
Glutamic acid Glu E
Glutamine Gln Q
Glycine Gly G
Histidine His H
Isoleucine Ile I
Leucine Leu L
Lysine Lys K
Methionine Met M
Phenylalanine Phe F
Proline Pro P
Serine Ser S
Threonine Thr T
Tryptophan Trp W
Tyrosine Tyr Y
Valine Val \Y

Table 2.1: 20 standard amino acid names with 3 letter and 1 letter codes.
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2.3.2 Protein Synthesis

Protein synthesis is the process of creating protein sequences by using the blueprint stored in DNA. This
process includes two main phases — transcription [I0] and translation [IT]. In the transcription phase, RNA is
synthesized from an unwound DNA template. This is a complex process, where an RNA polymerase enzyme
catalyzes the process of creating an RNA from a DNA template. This newly created RNA strand is known as
messenger RNA (mRNA), which directs the synthesis of the protein chain. After that, a post-transcription
phase is initiated, and the mRNA moves from the cell’s nucleus to the cytoplasm. In the cytoplasm, the
translation phase is sometimes initiated, where the mRNA binds with ribosomes, the sites of protein synthesis.
Through another complicated procedure, proteins are created from RNA. This translation process is guided
by the actions of transfer RNAs, ribosomes, and many soluble proteins. Figure illustrates the different
phases involved in production of proteins in cells. Finally, in the post-translation phase, the protein folds, and
binds with a small molecule known as effector molecule, which can involve chemical modifications altering

its properties.

2.4 Sequence Alignment

Sequence alignment is a well-known technique to compare biological sequences, where the involved sequences

are written in such a manner that conserved residues (portion of the sequences that remained unchanged
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during evolution) or conserved nucleotides appear in the same column. Consider n sequences, S, 52, ..., Sy,
and let > be a new symbol (the gap symbol). Then a sequence alignment of Si,Ss,...,S5, is a matrix
with n rows, where the columns in row ¢ contains S; with the gap symbol inserted into it arbitrarily many
times. As an example, a sequence alignment of two nucleotide sequences S; = TAGCCGCACGTATTAAC and

So = TAGTCGTATAATCACGTATTACC is represented as follows:

TAGCCG-—-—-——- CACGTATTAAC

TAGTCGTATAATCACGTATTACC

A match occurs in a column between two sequences if the two characters of those sequences are identical. A
mismatch occurs if two characters are different. A gap occurs if a character is aligned with a gap. No column
can contain gap symbols only. If two sequences are involved in alignment, then it is known as pairwise
sequence alignment. If more than two sequences are involved then it is referred to as multiple sequence

alignment (MSA). Section presents a detailed discussion on different pairwise and MSA techniques.

2.4.1 Necessity of Sequence Alignment

Comparing gene sequences or protein sequences provides information on relatedness. If two sequences are
related, This means they evolved from a common ancestor, and they are known as homologs. Relatedness
among sequences suggests possible common function, and it also allows for identification of common regions.
These common regions provide important information regarding motifs (short subsequence of amino acids
that perform specific functions) that are conserved throughout evolution. In fact, sequence alignment is a
fundamental tool for predicting protein structure, inferring the function of a novel gene or protein, identifying
protein domains, and constructing phylogenetic trees. Then, high amounts of similarity present in a sequence

alignment can provide evidence that sequences are homologous.

Structure Prediction

Protein structure modelling of a target protein (a protein whose structure is unknown) based on the sequence
similarity to proteins of a known structure is a well-known method for determining protein structures. This
technique is known as comparative protein structure modelling. 3D structures of proteins in a family is
more conserved compared to amino acid sequences of them [3I]. Hence, if a target sequence shows sequence
similarity with other sequences of known structure, then the structure of the unknown sequence can be
inferred. Lots of protein structure prediction tools were developed based on a comparative modelling strategy,

and a detailed discussion about them can be found in [34].

Function Prediction

The function of an unknown gene or protein sequence can be inferred by comparing it with other known

sequences. As an example, in 1984, scientists compared cancer causing v-sis oncogene with other known



Figure 2.6: Phylogenetic tree where a, b, ¢, d represent different organisms.

sequences at that time, and they found similarity with platelet-derived growth factor (PDGF), which is
responsible for cell growth. From that, scientists predicted cancer can be caused because of a normal gene

becoming activated at the wrong time [26].

Domain Identification

A protein domain refers to a structural and functional unit in protein sequences. As an example, the SRC
homology 3 domain (SH3) is responsible for protein-protein interactions. Construction of protein profiles
provides information on how likely a residue is to appear at a certain position in sequences. It allows for
the identification of conserved functional domains in sequences. To construct protein profiles, an alignment

among the sequences is often used.

Phylogeny

Phylogeny is the study of evolutionary relationships among taxa, individuals or molecules. Usually this
relationship is presented in the form of a tree where each leaf represents a taxon, or a specific molecule. To
construct a phylogenetic tree using distance based approaches, a sequence alignment is performed among
sequences. Then an inferred tree is constructed based on sequence information [41]. Figure shows a
phylogenetic tree. ClustalW [51] is an example of a well-known suite with a tool to construct phylogenetic

trees.
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2.5 Sequence Alignment Techniques

2.5.1 Pairwise Sequence Alignment

A pairwise sequence alignment is the alignment of two sequences. Sequences can be aligned globally or locally.
A global alignment is an alignment of sequences across their entire lengths. In contrast, a local alignment is a
global alignment of any substring (part of a string where the order of each character is preserved compared to
the original string) of the first sequence with a substring of the second sequence from the involved sequences.
As an example, let S; = CCCCGGG and Sy = CTTTCCCC be two nucleotide sequences. Then a local alignment

between them is as follows:

CCCC

CCCC
On the other hand, a global alignment between S; and S5 is represented as:

CCCC-GGG

CTTTCCCC

Global Alignment: the Needleman-Wunsch Algorithm

In 1970, Needleman and Wunsch described a global pairwise sequence alignment technique using dynamic
programming, which is well-known as the Needleman-Wunsch algorithm [36]. This approach reports the best
alignment (using a predefined scoring scheme) out of all possible alignments. Each possible alignment has
a score associated, and the algorithm finds out the alignment with the best score. The algorithm has two
steps: (1) computing the similarity matrix and (2) finding an optimal alignment.

Let S; = ACATCG and S = ATTCA be two sequences. To generate the alignment between these two

sequences, at first, the similarity matrix is calculated as follows:

Computing The Similarity Matrix: The similarity matrix for the sequences S; and Sy is a (|S1]+1) x
(|S2] + 1) matrix, where |S;| represents length of the sequence. As the length of the sequences Sy and Sz are
6 and 5 respectively in the example above, hence, the similarity matrix for them is a 7 x 6 matrix. Table
shows the similarity matrix for the sequences. In order to compute the similarity matrix, a scoring scheme is
needed. The simplest scoring scheme considers 3 scenarios corresponding to each position of a hypothetical

alignment:
1. match,
2. mismatch,

3. insertion/deletion.
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A match occurs when two characters in the same column of an alignment are identical, while a mismatch
indicates that two characters do not match. An insertion/deletion (indel) occurs when there is a gap in one
sequence, perhaps caused by a character that got inserted or deleted during evolution. In the simplest scoring
scheme, usually, if there is a match a positive score is awarded, known as the match score. For a mismatch,
either zero or a negative number is given, called the mismatch score. For a gap, usually a negative score is
given, known as the gap penalty. For example, to fill the similarity matrix in Table the match score,
mismatch score and gap penalty are considered as 1, -1 and -1 respectively. At the beginning, the top left
cell in the similarity matrix is filled by zero. Then, the first row and first column of the similarity matrix are
filled by the multiples of the gap penalty. Then, every cell in the matrix is filled by computing the score; the

score for the cell M (4, ) in the matrix is computed as follows:

M@i—1,7—1)+ s(z,y)
M(i,j) =maz ¢ M(i—1,j) — g (2.1)
M(i,j—1)—g
where 7 satisfies 1 < i < |S2| 4+ 1 and j satisfies 1 < j < |Si| + 1, and g represents the gap penalty. Here,

s(x;, y;) is a function that returns the match score if ; and y; are identical, otherwise it returns the mismatch

score, where x; is a character in sequence S; and y; is a character in sequence Ss.

- o | 1] 2] 3]-4]|=
Al 1|1 o | a|=2]-s3
c|l-21]0 |0 |-1]|0 |-

G -6 -4 -2 -2 0 0

Table 2.2: Similarity matrix for the sequences S; and Ss.
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AT-TCA

ACATCG

Figure 2.7: An optimal alignment for the sequences S; and Ss.

A T T C A
D\ 1 2 -3 Fl 5
A 1 1 N 0 1 2 3
c 2 0 0 1 0 1
*
A 3 1 -JT 1 1 1
T 4 2 0 D\ 1 0
C 5 3 -1 1 1 o
b
G g 4 -2 2 0 o ~

Figure 2.8: Traceback matrix for the sequences S; and Ss.

Identifying an Optimal Alignment: To determine an optimal alignment, a traceback matrix is calcu-
lated from the similarity matrix, where (in one possible implementation of the algorithm) arrows (+, 1 or,
) are added in each cell of the similarity matrix to indicate the last position of the best alignment. Figure
shows certain arrows of the traceback matrix corresponding to an optimal alignment constructed from
the similarity matrix in Table The traceback matrix is traversed from the bottom-right cell following the

arrows to determine an optimal alignment for the sequences S; and S5, which is represented in Figure

Local Alignment: the Smith-Waterman Algorithm

Smith and Waterman proposed a local sequence alignment algorithm to identify common molecular substrings
[46]. For pairwise local sequence alignment, all possible substrings of the sequences are considered for the
alignment, and the algorithm finds the alignment of the substrings that achieves the best score. The Smith-
Waterman algorithm computes the similarity matrix in the same manner as the Needleman-Wunsch algorithm
with one exception: whenever a computed score for a given cell is less than zero, then zero is entered in the
matrix instead of the negative score. To identify an optimal local sequence alignment, the traceback matrix is
computed in same manner as in the Needleman-Wunsch algorithm, but instead of traversing the matrix from
the lower right corner, it is traversed from the highest value in the matrix. The traceback ends whenever a

cell with value zero is encountered.
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2.5.2 Multiple Sequence Alignment

In the case of pairwise sequence alignment, two sequences are involved where as for MSA more than two
sequences are involved in the process. Both pairwise sequence alignment and MSA provides important bio-
logical information, but MSA is the more sensitive method compared to pairwise sequence alignment. Indeed,
Park et al. show that sequence comparisons using multiple sequence alignment technique detects almost three
times more homologs compared to pairwise methods [40]. Different methods for multiple sequence alignment

have been proposed in the literature. Pevsner classifies these approaches into 5 categories [41]:

1. exact methods,

2. progressive alignment,

3. iterative approaches,

4. consistency-based methods,

5. structure-based methods.

Exact Methods

Exact multiple sequence alignment methods determine an optimal alignment out of all possible alignments.
In this approach, the pairwise sequence alignment technique proposed by Needleman-Wunsch [36] for global
multiple sequence alignment, and Smith-Waterman for local sequence alignment are extended to determine
an optimal alignment for the multiple sequences. However, the dimension of the dynamic programming
matrix (similarity matrix) in the Needleman-Wunsch algorithm must be expanded depending on the number
of sequences. To compute this matrix for the pairwise sequence alignment of two sequences of length n and
m, O(mn) time is required. But if the number of sequences rises to N and if all the sequences are of length
L, then the time complexity for computing the matrix becomes O(LY). As a result of such exponential time

complexity, heuristic approaches are often used instead of exact alignment techniques.

Progressive Alignment

Feng and Doolittle popularized the idea of using a progressive alignment technique for generating multiple
sequence alignment [I§]. This technique is incorporated in different MSA programs, and one of them is
ClustalW [5I]. In ClustalW, at first pairwise alignments between all pairs of sequences are computed. For
n sequences in the input dataset, @ pairwise alignments are generated. For every pairwise alignment
a distance score is computed, and each of these scores are stored in a distance matrix. Next, this distance
matrix is used to generate a guide tree. According to this tree the two most similar (according to the pairwise

distances calculated) sequences are aligned at first, and then sequences are added progressively one by one

using the guide tree from most to least similar to produce a multiple sequence alignment.
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Iterative Approach

In the progressive alignment technique, if an error occurs during the initial alignment, it is not corrected.
The iterative alignment approach was introduced to overcome this shortcoming, where an initial potentially
suboptimal multiple sequence alignment is generated using the progressive alignment technique, and later
this alignment is improved through a series of iterations until a certain criteria is met. Several MSA programs

follow this strategy such as MUSCLE [17], MAFFT [27] etc.

Consistency-based Methods

Consistency-based techniques such as ProbCons [I5], MAFFT [27] etc. use the iterative approach of multiple
sequence alignment. Different MSA programs use different methods to generate pairwise alignments, as an
example, ProbCons uses a pair hidden Markov model for this purpose. In the consistency based technique, if a
pairwise alignment of sequences X and Z is such that character z; from the sequence X aligns with character
zy, from sequence Z, and also if character y; from sequence Y aligns with character z; from sequence Z, then
consistency-based techniques imply that x; and y; should align. In ProbCons, such additional information is
used to “reestimate the match quality scores” [15]. ProbCons computes the guide tree based on the expected
accuracy scores of pairwise alignments. Expected accuracy of a pairwise alignment is the ratio of number
of correctly aligned letter-pairs to the length of the shorter sequence. Then, ProbCons aligns the sequences
following the sequence order in the guide tree. Finally, it enters into the iterative refinement step to produce

a more refined multiple sequence alignment.

Structure-based Methods

Tertiary structure of proteins evolve more slowly compared to the primary structure. For example, human
beta globin and myoglobin share the same structure, and are considered homologus, but show very little
sequence identity [41]. Hence, researchers attempted to improve the quality of alignments integrating struc-
tural information regarding the sequences. PRALINE [45] and Expresso [3] are examples of such programs.
In Expresso, close homologs of the input sequences are identified, and then their structures are used to guide

the multiple sequence alignment process.

2.6 Alignment Scores

2.6.1 Sum-of-Pairs Score

The sum-of-pairs function [30] is a way to calculate the score of a multiple sequence alignment. In this
approach, all the columns in an alignment are considered independent. The score is the summation of the

score for each column in the alignment. If an alignment of [ sequences has a character in the i-th column of
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the j-th sequence stored in variable Cij , then the score for column can be computed as:

l l
Ci=> > sy, (2.2)

a=1b=a+1
where S is a function that indicates the score of aligning C? with C? — the two parameterized characters
(including the gap symbol); this score is usually obtained from a scoring matrix, which is described in detail

in Section [2.6.2] Hence, the sum-of-pairs score, SP, for the alignment A can be written as:

N
SP(A) =) G, (2.3)

where N is the number of columns in the alignment.

2.6.2 Scoring Matrices

When protein sequences are aligned in the Needleman-Wunsch algorithm, each alignment is assigned a score
based on the particular match, mismatch or insertion/deletion of the residues, and the algorithm reports
an alignment with the best score. Then, scoring matrices are more general, whereby there is a score for
aligning each character with each other character or aligning each character with a gap symbol. It is common
to use a matrix where each entry gives a score for substituting one character with another calculated from
the frequency with which each character can be substituted with each other character throughout evolution.

Different scoring matrices exist for scoring nucleotide sequences and protein sequences.

Scoring matrix for nucleotide sequences: As nucleotide sequences consist of only 4 nucleotides, the
scoring scheme is usually simpler. Commonly for nucleotides, positive and negative scores are awarded for
matches and mismatches respectively. In BLAST (Basic Local Alignment Search Tool), the match score is

+5 and the mismatch score is —4 by default.[I].

Scoring matrix for protein sequences: Two commonly used protein scoring matrices are PAM (Ac-
cepted Point Mutation) [I4] and BLOSUM (Block Substitution Matrix) [22]. In the case of a PAM matrix,
each entry in the matrix is calculated from the probability of replacing the corresponding amino acid in
the column by the corresponding amino acid in the row over a defined evolutionary interval. Various PAM
matrices exist, such as PAM1, PAM100, PAM250 etc. For the PAM1 matrix, the evolutionary interval is one
PAM, which is calculated from sequences where 1% of the residues differ. Dayhoff et al. computed the PAM1
matrix based on the alignment of highly similar amino acid sequences, which makes it more suitable for the
alignment of closely related sequences. To explore the relatedness of distantly related proteins, variants of
the PAM1 matrix such as PAM100, PAM250 also exist, where PAMz is calculated mathematically by extrap-
olating PAM1 from one PAM time unit to x time units. However, Henikoff, G and Henikoff, J.S. proposed
the BLOSUM matrix from the alignment of distantly related proteins. Different variants of BLOSUM ma-
trices exist such as BLOSUM45, BLOSUM50, BLOSUM62, BLOSUM90 etc. High value BLOSUM matrices
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are suitable for high similarity protein sequences, while low value matrices are suitable for more divergent
sequences. Scores in the BLOSUM matrix are derived from observations of the frequencies of substitutions
in blocks of local alignments in related proteins. BLOSUM62 matrix was created using sequences sharing no

more than 62% identity.

2.7 Benchmark Databases

Different techniques for sequence alignments exist in the literature. To evaluate the efficiency of different mul-
tiple sequence alignment techniques, several benchmark databases such as BAIiIBASE [54], IRMBASE [48],
PREFAB [I7] etc. have been proposed. These databases contain input datasets for multiple sequence align-
ment, and the reference alignments for the corresponding input datasets. Usually, these reference alignments
are computed using the three-dimensional structure of the sequences created from x-ray crystallography [41].
The alignments produced by MSA programs are compared with the reference alignments in the benchmark
databases, and such comparisons are made in terms of different scores proposed by the researchers. Edgar
proposed two fundamental ways to assess multiple sequence alignments [I7]. They are known as Q (Quality)
score and TC (Total Column) score. A detailed discussion about these scores can be found in Section
Thompson et al. [53] defined the sum-of-pairs score (SPS) and the column score (CS) to assess the quality
of multiple sequence alignment (this is referred to simply as the sum-of-pairs score in [53] but we use the
terminology of ratio to disambiguate with the sum-of-pairs score of an individual alignment as defined in
Section . Suppose, an alignment A contains N sequences and M columns where the i-th column in the
alignment is denoted as A;1, Aj2, A3, ..., A;n. Then the score, S;, for the i-th column can be computed as

follows:
N N
Si= > > Pk (2.4)
j=1,j#k k=1
where P;;;, = 1 if the residues A;; and A;;, are aligned in the reference alignment as well; otherwise P;;, =0

is assigned. Now the score for the alignment A is:
M
Sa=>_5; (2.5)
i=0

then, the SPS ratio for the entire alignment is:

(2.6)
where B is the reference alignment. Further, the column score (CS) for the alignment is defined as follows:
MG
CS(A) = ==—— 2.7
(4) = Z=L2 (27)

where C; = 1 if the i-th column in the alignment is identical to the i-th column in the reference alignment.
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2.7.1 BAIBASE

BAIBASE [54] is a manually refined database for testing and comparing multiple sequence alignments. This
database is categorized into different groups based on different criteria such as sequence similarity, presence
of N/C terminal extensions, large internal insertions etc. The alignments in BAIIBASE are manually refined
according to the structural superposition. Until May 2015, 3 versions of BAlIBASE have been released and
the latest version is BAIIBASE 3.0 [52]. BAlLBASE 3.0 benchmark database is categorized into 5 groups:
RV1X, RV20, RV30, RV40, and RV50. RV1X contains two subgroups: RV11 and RV12. RV11 includes
divergent sequences having less than 20% identity, RV12 contains medium divergent sequences having 20—
40% identity, RV20 contains sequences from same family with greater than 40% identity and also contains
orphan sequences (distant members of the family having a common fold but sharing less than 20% identity),
RV30 contains sequences from different subfamilies, where members of the same subfamily share more than
40% identity but two members from different subfamilies share less than 20% identity, and RV40 and RV50

contain sequences with large N/C-terminal extensions and internal insertions respectively.

2.7.2 PREFAB

Edgar proposed PREFAB (Protein Reference Alignment Benchmark) [I7] for assessing the quality of different
protein sequence alignment programs. As of May 2015, 4 versions of this benchmark database have been
introduced. The latest version 4.0 contains 1682 input datasets. This database is created using a fully
automated protocol from the FSSP database [24]. The protocol is such that at first, two protein sequences
are aligned using a structural method; their homologs are identified using PSI-BLAST [2], and only the hits
having more than 80% identity are considered. Among these hits for each query sequence, randomly 24
sequences are selected and combined with the queries to form a dataset. Later this dataset is aligned with
another MSA program. Next the alignment accuracy for the query sequence pairs are computed by comparing
them with their structural alignment from the FSSP database and the structural alignment generated by the
program CE aligner [44]. Edgar included only those pairs and their homologs to form a dataset that had a
considerable amount of agreement between the aforementioned comparison methods to minimize structural

ambiguity.

2.7.3 IRMBASE

According to Subramanian et al. [48] the BAIIBASE benchmark database suites contain sequences with high
sequence similarity which makes them biased towards global MSA programs. Hence Subramanian et al.
proposed IRMBASE (Implanted Rose Motifs Base) [48], a benchmark database for local multiple protein
alignment. This database contains a set of artificial random sequences, which are used to create simulated
sequences according to a stochastic rule that makes insertions, deletions, and substitutions at random spots.

As a result, a simulated phylogenetically related sequence family is obtained from the stochastic process
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whose correct multiple alignments are known. Then a group of artificially conserved sequence motifs are
created and inserted at random spots in the sequences. In this manner, 3 reference sets of artificial sequences
are created in the IRMBASE 1.0 benchmark database, called refl, ref2, and ref3, where sequences in each

reference set contain one, two, and three motifs respectively.

2.8 Constrained Multiple Sequence Alignment

Most of the multiple sequence alignment algorithms proposed in the literature — such as T-Coffee [37],
ProbCons [I5], MUSCLE [I7] etc. — are fully automated, and they generate multiple sequence alignments
based on a some kind of predefined algorithm. Sometimes, however, expert users or existing databases
possess important information such as functional or structural annotations regarding the sequences. But
these automated MSA algorithms do not provide any mechanism to integrate expert users’ knowledge, or
additional information regarding the sequences. Researchers have proposed different tools that accept expert
users’ or additional information as a constraint on the alignment. MuSiC [50], RE-MuSiC [§], DIALIGN [35]

are examples of such programs that allow the user to specify their information as constraints.

2.8.1 RECSA

Aslan [5] proposed an algorithm RECSA (Regular Expression Constrained Sequence Alignment) for pairwise
sequence alignment that accepts a single regular expression constraint. RECSA determines an alignment
of the two sequences with the maximum alignment score such that the alignment of the involved sequences
matches a particular regular expression constraint. Later, Arslan extended his work to support multiple
sequences and developed an algorithm for the alignment of multiple sequences which are required to contain
a given sequence of regular expression constraints [4]. As far as we know, there is no implementation of this

algorithm.

2.8.2 MuSiC

Psai et al. proposed MuSiC, a web server for constrained multiple sequence alignment [50]. It forces the
alignment of specified nucleotides/residues with each other in columns. It accepts input sequences in FASTA
format, allows choosing a scoring matrix from the list of available matrices, and penalizes using an affine
gap penalty scheme. The constraints are specified as a string of characters where multiple constraints are
separated by commas. There is a ‘ratio” field, € in MuSiC, which is used to compute the maximum number
of allowable mismatches in the aligned segments. As an example, Tsai et al. showed the alignment of SARS-
TWI1, a coronavirus responsible for Severe Acute Respiratory Syndrome (SARS), with porcine epidemic
diarrhea virus, human coronavirus, porcine transmissible gastroenteritis virus, bovine coronavirus, and mouse

hepatitis virus using MuSiC, where € = 0.5 was used, and together with specific short nucleotide sequences
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used as constraints. The resulting alignment showed the specified constraints with at most one mismatch per

segment.

2.8.3 RE-MuSiC

Chung et al. introduced RE-MuSiC for constrained multiple sequence alignment that accepts regular expres-
sion constraints [§]. It identifies the regions matched by the regular expression and generates an alignment
where these matching regions get aligned. RE-MuSiC allows the specification of complex constraints for
multiple sequence alignment. As an example, the PROSITE database includes information on conserved
motifs, which are expressed in a form of regular expression. These motifs can be used as constraints in RE-
MuSiC, and hence can be incorporated into the alignments, potentially improving their quality. The regular
expression constraints in RE-MuSiC are formulated using the PROSITE pattern format [25]. As an example,
Chung et al. showed the alignment of GSTs (Glutathione S-transferase) using RE-MuSiC with Casein Kinase
IT Phosphorylation site, using [ST]-x(2)-[DE] as a constraint, and the region identified by the constraint
is aligned in the resultant alignment. In this example, this enforces that there is a region that aligns with
either S or T in the same column of all sequences, followed by two occurrences of any character, followed by

either D or E in every sequence.

2.8.4 DIALIGN

DIALIGN [35] is another tool for constrained multiple sequence alignment. It accepts constraints in the
form of user defined anchor points, and generates an alignment by aligning the user specified anchor points
wherever possible. An anchor point corresponds to equal length segments of the two sequences, and is defined
by five coordinates: the first sequence, the second sequence, starting position in the first sequence, starting
position in the second sequence, and the length of the segments. Users are also able to assign a priority to the

anchor point which is a criterion to select the anchor point if there exists a conflicting set of anchor points.

2.8.5 COBALT

COBALT (Constraint Based Alignment Tool) [39] is a framework for multiple alignment of protein sequences.
COBALT does not explicitly allow the user to specify constraints on the input sequences; rather, it automat-
ically generates constraints by searching the conserved domain database (CDD) [32] and the protein motif
database PROSITE [25], and uses these constraints to improve the quality of the generated alignments.

Similar tools to COBALT have been proposed by other researchers such as Comet and Henry [12] who
proposed a tool that extends the traditional Smith and Waterman algorithm and awards a score when the
alignment of patterns from the PROSITE database are made. Similarly Du and Lin [I6] proposed a pattern
constrained algorithm that searches for pattern constraints in the PROSITE, Blocks+ [23], and eBLOCKs
[47] databases.
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2.9 Limitations of Existing CMSA Programs

The programs discussed in Section have certain limitations. Papadopoulos et al. [39] used the additional
biological information in the conserved domain database (CDD) and the PROSITE to improve the quality
of multiple sequence alignments. But this information cannot be used directly in a CMSA program such as
in MuSiC. For this reason, Arslan [5] proposed RECSA (Regular Expression Constrained Sequence Align-
ment) that accepts regular expression constraints for pairwise sequence alignment, and later he extended it
to support multiple sequences. But according to Chung et al. [§] these algorithms by Arslan do not find the
portion of the alignment that satisfies the constraints and only reports the alignment score without showing
the complete alignment. So Chung et al. proposed a tool called RE-MuSiC (Multiple Sequence Alignment
with Regular Expression Constraints) [8] for constrained multiple sequence alignment that accepts regular
expression constraints. This tool allows the use of the conserved motifs described by regular expression such
as those found in the PROSITE database to be used as constraints. But RE-MuSiC does not allow the use
of certain quantification operators such as Kleene star (*), Kleene plus (+), and others in regular expression
constraints. Thus, only a strict subset of regular expressions can be used as input. Moreover, RE-MuSiC
does not always align certain parts of the regular expression matches in a desirable fashion. For example,
RE-MuSiC used with the BB11001 dataset from the BAIiBASE 3.0 benchmark database and with constraint
" [IKRS] - [PYEA] - [PRD] - [KPHD] - [GRPN] - [ERDY] -x(0,1)-x(0,1)-x(0,1)-x(0,1)" produces an alignment
where the residues I, K, R, and S are in different columns, as their algorithm matches the entire regular ex-
pression to each sequence, and then aligns entire matching segments. If the user wishes instead that anything
matching the [IKRS] portion of the regular expression be aligned together in the same column, this cannot
be done with RE-MuSiC. Figure shows the generated alignment by RE-MuSiC for this aforementioned
dataset and the constraint. Furthermore, the DIALIGN [35] web server accepts user defined anchor points

as constraints for multiple sequence alignment, but does not accept regular expression constraints.
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The Resulting RE-MuSiC:

The user-specified parameters are:

Scoring matrix = GONNET 250

Gap open penalty = 10.0

Gap extension penalty = 0.2

Regular expression(s) = "[IKRS]-[PYEA]-[PRD]-[KPHD]-[GRPN]-[ERDY]-x(0,1)-x(0,1)-x(0,1)-x(0,1)"
Number of regular expression constraint(s) = 1

Running time = 1 seconds.

Downl oad the al ignment in: [ FASTA format] [Q ustal W format]

laab_ - = - GRGOPKKPRGMSS Y AF FVOTSREE HKKH HPDASYNF SEF SKKOCSERWKTMBAKERG 57
148 A 00 mmeees MODRVKRPMNAF | VIVSRDORREKMALENPRMRN - - SE | SKQLGYOWKMLTEAERW 52
1k99_A MK LKK HPDF PKEPLTPYFRF FMERRAKY ML HPEMSN - - LOLTK | LSKFYKELPEKKKM 58
Aef A = mrmreee- MH | KKPLNAFMLYMKENRANVWVAESTLKES - - AA I NG | LGRRWHALSREEQA 50
laab_ KFEDMAKADKARYEREMKTY - - I PP - -GE~- - -~ - -~ - 83
1j46_A PFFQEACKLOAMHREYPNY -KYRPR - -R - -KAKMLPK 85
Tk99_A KY | QDFOREKQEFERNLARFREDHPDL 1QN- - A - - =K 91

2 ef _A KYYELARKERQL HMQLYPGN - SARDNYGHKEKRKR -EK 86

Downl oad the al ignment in: [ FASTA format] [Qustal W format]

Figure 2.9: RE-MuSiC alignment of BB11001 dataset from BAIIBASE 3.0 with the regular expression
constraint [TKRS]-[PYEA]-[PRD]-[KPHD] - [GRPN]-[ERDY]-x(0,1)-x(0,1)-x(0,1)-x(0,1).
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CHAPTER 3

OBJECTIVES

Several tools for constrained multiple sequence alignment have been proposed in the literature such as
MuSiC [50], RE-MuSiC [8], RECSA [5], DIALIGN [35] etc. Among these tools only RECSA and RE-MuSiC
accept regular expression constraints, and they have some limitations as discussed in Section [2.9] This thesis
proposes a novel technique for constrained multiple sequence alignment, with three main research objectives.
The first is to introduce a modular program for constrained multiple sequence alignment called CSA-X that
accepts regular expression constraints. This goal is described in more detail in Section [3.1} The second is to
conduct a benchmarking study for the proposed program CSA-X with existing tools, which is described in
detail in Section Finally, Section describes the third objective, which is to investigate whether CSA-
X can improve the accuracy of alignments, versus not using any constraints, with various types of regular

expressions.

3.1 CSA-X: A Modular Multiple Sequence Alignment Program

This section describes the motivations behind creating the proposed constrained multiple sequence alignment
program CSA-X. CSA-X is a modular program that accepts regular expression constraints and uses an
arbitrary multiple sequence alignment program to generate portions of the alignments. RECSA [5] and
the other algorithm for the constrained alignment of multiple sequences [4] by Arslan are not available as
implemented programs. Furthermore, Chung et al. [§] wrote in their paper that these algorithms only report
the alignment score and not the complete alignment. The tool proposed by Chung et al. RE-MuSiC, does
report full alignments and scores, but accepts only a subset of regular expressions as input, and does not always
align the regions matched by the regular expression constraint, as discussed in detail in Section [2.9} This
study proposes a tool that allows to use arbitrary regular expressions including the use of the quantification
operators such as Kleene star and Kleene plus which cannot be used in the other tools proposed in the
literature. The CMSA programs proposed in the literature do not guarantee the alignment of the sub-
patterns of the regular expression constraint. CSA-X is designed in such a way that the user can enforce that
the regions matched by the sub-patterns of the regular expression constraints get aligned. Moreover, CSA-X
is a modular tool that uses an underlying program to generate alignments, which allows the changing of the

underlying multiple sequence alignment program if more accurate or more efficient programs, or specialized
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programs appropriate for a given problem become available.

3.2 Benchmarking Study

To assess the accuracy of MSA programs different benchmark databases have been proposed in the literature
such as BAIIBASE 3.0 [52], IRMBASE [48], PREFAB [I7] etc. Notredame et al. [37], Katoh et al. [27], and
Edgar [17] used benchmarking studies to assess the efficiency of their proposed multiple sequence alignment
tools. However, such a benchmarking study does not exist for the constrained multiple sequence alignment
program RE-MuSiC. This study conducts a benchmarking study for the proposed tool CSA-X and RE-
MuSiC, and as CSA-X is a modular tool that uses an underlying program to generate alignments — this
study includes benchmarking results for the underlying MSA programs as well. Furthermore, to ensure that
differences in accuracy between alignments generated by CSA-X and other algorithms using various quality

metrics are not by chance, this study also conducts and presents the results of statistical significance testing.

3.3 Enhancing the Accuracy of Multiple Sequence Alignment Pro-
grams with Constraints

Using sequences involved in the alignment, sometimes, expert users can have information regarding active
site residues, and conserved motifs — such additional information can improve the generated alignments by
MSA programs [50]. Our objective is to test whether CSA-X can improve the accuracy of the alignments
if an expert user provides necessary information regarding the sequences. To test this, CSA-X is provided
with constraints identified from the correct alignments of the benchmark database. Constraints are identified
from both the most conserved regions and the least conserved regions, and they are supplied to the CSA-X
program to compare the accuracy of alignments versus other applications. A detailed discussion on how the

constraints are generated for CSA-X can be found in the Section [5.2
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CHAPTER 4

METHODS

The proposed CSA-X is a modular program that accepts constraints in the form of regular expressions
over an extended syntax, where the symbol # has additional special meaning. This symbol can be placed in
multiple spots in the regular expression. Intuitively, if the regular expression matches each of the sequences
to be aligned, the sections that match between two consecutive # symbols are aligned together. At first, the
regular expression matches for each entire sequence are identified. Then the sections between # symbols of a
sequence are aligned with corresponding sections of the other sequences, and thus the entire regular expression
matched segments are aligned. CSA-X constraints can be formulated without using any # symbols as well,
but, if the # symbols are used for constructing the regular expression constraint, then it provides additional
guidance by which the matching subwords are aligned. These regular expressions extended with the # symbol

are referred to as hash-augmented regular expression.

4.1 Hash-augmented Regular Expressions

Formally, a hash-augmented regular expression can be defined inductively:
e every regular expression is a hash-augmented regular expression,

e if R and S are two hash-augmented regular expressions, then R#S is a hash-augmented regular expres-

sion.

From this definition, every hash-augmented regular expression can be written in the following form, for some
n>1:

Ri#Ro# ... #R,,
where Ry, R, ..., R, are regular expressions. A hash-augmented regular expression is a way of specifying a
regular expression constraint in CSA-X. It is constructed in such a way that the sub-patterns in the regular
expression can be separated by # symbols. As an example, consider a dataset having 3 protein sequences as

follows:

= 51527 Sn
= Tir2 T
= tity -t
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where s;, 7;, t; are individual residues, for all 1 <i<n, 1<j<m, 1 <k <p. If a user would like to
align segments Sy 5 = 52535455, Ra7 = rarsrer7 and Ty g = t5tetrts with each other in a column-by-column

fashion, then these segments can be converted to a single hash-augmented regular expression as follows:

[827“4t5]#[83T5t6]#[84r6t7]#[85T7t8]. (41)

Here, the square brackets use the standard Perl regular expression syntax, and refers to a single character
listed or contained in the list (that is, any of the characters in parentheses can match). The # symbols
provide additional control by giving information regarding the sections to align in columns, and ensures that
the residues so, 74, or t5 followed by s3, 75, or tg followed by sy, 14, or t7 followed by ss,r7, or tg get aligned
in columns. If the # symbols are not used in Equation [£.1] then CSA-X constructs the best alignment which
could be of the entire segment of S, R, and T that matches the regular expression, which possibly could for

example, align as follows:

59835485 —— ——
T T T4rsTeT7

—— —tstgtrts—

For the case of hash-augmented regular expressions, between every two # symbols, there is a syntactically
correct regular expression E| (by the definition of hash-augmented regular expressions). As an example, sup-
pose (AC#TT)C#A is a hash-augmented regular expression constraint for an input dataset of protein sequences.
But this expression is not a valid CSA-X hash-augmented regular expression, because the left side of the first
# symbol contains ¢ (AC’ and right side contains ‘TT)C’ which are not syntactically correct (they are not
regular expressions).

It should be noted that if a hash-augmented regular expression matches multiple sequences, then each
matching segment must match the same number of hash symbols, since they cannot be placed inside any

quantification operator by the definition of hash-augmented regular expressions.

4.2 Algorithm

The constrained multiple sequence alignment program, CSA-X, accepts constraints in the form of hash-
augmented regular expressions. Consider, an input dataset that contains a list of N sequences S1, Ss,S3, ..., SN,
and a user has additional information regarding the sequences in the form of a hash-augmented regular expres-
sion R = Ry#Ro#Rs# - - - # Ry, where M indicates the number of sub-patterns in the expression. CSA-X
takes the dataset and the hash-augmented regular expression as input, and generates an output alignment by
aligning the regular expression matched segments together. The process that CSA-X uses to generate such

an alignment can be described using the following high-level steps:

1By syntactically correct, we mean that its syntax implies that it is defined to be a regular expression.
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1. At first, CSA-X attempts to match the hash-augmented regular expression constraint, R to each se-

quence S; of the input dataset, where 1 < z < N. If the regular expression matches exactly once in

each sequence S, then CSA-X determines a list of positions (for each x, 1 <z < N) 19,1112 ... 1M
where 0 < 19 <l <2 < ... <IM < |S,| + 1, whereby regular expression R; matches between

positions 271 and IJ — 1, for each j, 1 < j < M (if /= = IJ then R; matches the empty string). It
should be noted that if CSA-X does not find any regular expression match on the input sequences or it
finds matches for a strict subset of sequences in the dataset, then it returns the alignment of the input

dataset using the underlying MSA program without using the regular expression.

2. In this step, CSA-X generates alignments for each of the matched sections of the sequences. That is, it
aligns the subwords S;(1,19—1),...,Sn(1,1%—1), then aligns subwords Sl(l{_l, l'{—l), ol S’N(lg\,_l7 lg\,—
1) for every j, 1 < j < M, and then aligns subwords Sl(l{w‘ﬂ, [S11]), - .,SN(Z%IH, [Sn]). Then it con-
catenates each of these alignments together in order. Indeed as the constraints in CSA-X are specified
using a hash-augmented regular expression, it generates alignments by decoding information from the

specified constraints.

Intuitively, the formalism of this step means that CSA-X identifies the segments that match the entire
expression R for each sequence S, in the previous steps. In addition, at the same time on each of the
matched segments, it also identifies the subsections that match the sub-patterns Ry, Ro, Rs,..., Ry
consecutively in the hash-augmented regular expression. Then, CSA-X aligns each matching sub-
pattern separately (including the parts that match before the first matching sub-pattern, and the parts
that match after the final sub-pattern has ended), using the underlying MSA program X to generate

alignments, and then merges the generated alignments together to produce a complete alignment.

3. However, if it finds multiple regular expression matches on a single sequence, then it generates all
possible combinations of the matched-segment datasets by selecting each regular expression match of
the sequence separately. As an example, suppose a hash-augmented regular expression R, matches the
sequence S; at two spots, and hence has two matched segments S¢(a,b) and S;(i,7) where, 1 < a <
b<|S,1<i<j<|S, and i > b. If the rest of the sequences match the hash-augmented regular
expression exactly at one spot, then CSA-X would create two alignments, one where the matching
occurs between S¢(a,b) with the single matches on the other sequences, and the other one is where the
matching occurs between S (i, j) with the single matches on the other sequences. Then the algorithm
determines the alignment that has the highest sum-or-pairs score, and returns the alignment with the

highest score.

It should be noted that, CSA-X only allows a single regular expression as input, although, multiple regular
expressions can be combined into a single regular expression by joining them with quantifiers such as R.*S,

“wn

where R and S are two regular expressions, represents any character match, and “*” is Kleene star.
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Figure 4.1: Flowchart of CSA-X algorithm.
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4.3 Example

CSA-X is a modularized tool, which accepts hash augmented regular expression constraints. Conserved motifs
for different protein sequences are listed in the PROSITE database in the form of regular expressions, which
can be used as constraints to improve the biological accuracy of the alignments in different CMSA programs.
Our implementation of the CSA-X algorithm accepts a hash-augmented regular expression constraint, and
converts it to a Perl regular expression. But the format of specifying regular expression constraints are
different in PROSITE and in CSA-X, hence a format conversion is required to use the motifs from PROSITE
as a constraint in CSA-X. Furthermore, CSA-X allows the use of different quantification operators such as
Kleene star, Kleene plus etc. in the hash-augmented regular expression constraint specification. For example,
the TATA-binding protein plays a vital role in the activation of eukaryotic genes. PROSITE (PDOC00303)

lists the consensus for the signature pattern of the TATA-binding protein as follows:

Y-x- [PK]-x(2) - [IF]-x(2) - [LIVM] (2) -x~- [KRH] -x (3) -P- [RKQ] -x (3) ~L- [LIVM] -F-x~
[STN]-G- [KR] - [LIVMA] -x(83) -G~ [TAGL] - [KR] -x (7) - [AGCS] -x (7) - [LIVMF] .

For the alignment of different TATA box proteins the above mentioned consensus pattern can be used as a
constraint. For instance, if one would like to align TATA box proteins found in human (gb AAI09054.1), rat

(gb AAH16476.1), and a microorganism called Halobacterium salinarum (emb CAA63691.1) using CSA-X,

then the format of this consensus pattern can be as follows:

Y. [PK]..[IF]..[LIVM]{2}.[KRH]...P[RKQ]...L[LIVM]F. [STN]G[KR] [LIVMA]...G
[TAGL][KR]....... [AGCS]....... [LIVMF] .
To illustrate the use of a more general quantification operator, the segment “[LIVM]{2}” in regular expression
constraint can be replaced by “[LIVM]+”. It is also possible to add hash symbols to force matching sections

of the regular expression to align, as follows:

Y.[PK]..[IF]..[LIVM]+. [KRH]#...P[RKQ]...L[LIVMIF.[STN]G[KR] [LIVMAI#...G
[TAGLI[KR]....... [AGCS]....... [LIVMF] .

Figure[4.2shows the alignment generated by CSA-X, where the region identified by the regular expression

is aligned in columns (highlighted). For this alignment ProbCons is used as the underlying alignment tool.
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stdout MSF:

Name: gi80478871 Len: 375 Check:

375 Type: P 27/10/15 CompCheck: 9096 ..

624 Weight: 1.00

Name: gil6741283 Len: 375 Check: 9841 Weight: 1.00

Name: gile70345

gis80478871
gil6741283
gi1e7e345

gi8e478871
gi16741283
gi1070345

gise478871
gil6741283
gi1070345

gi80478871
gi16741283
gi1070345

gi80478871
gi16741283
gi1070345

gi8e478871
gi16741283
gi1070345

gi80478871
gi16741283
gi1070345

gise478871
gi16741283
gi1e70345

Len: 375 Check: 8631 Weight: 1.00

1 50
MDQNNSLPPYAQGLASPQGAMTPGIPIFSPMMPYGTGLTPQPIQNTNSLS
MDQNNSLPPYAQGLASPQGAMTPGIPIFSPMMPYGTGLTPQPIQNTNSLS

51 100

TL EEQQRQQQQQAQQAQAQQAQQAQQAQQAQQAAQAQAQAQAQAQQQAQAAQAQQAQAQAQAQAQAVAAAA
TLEEQQRQQQQQQQQ . « et v e v veeeeeennnnns QQQQQAVATAAAS

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

101 150
VQQSTSQQATQGTSGQAPQLFHSQTLTTAPLPGTTPLYPSPMTPMTPITP
VQQSTSQQPTQGASGQTPQLFHSQTLTTAPLPGTTPLYPSPMTPMTPITP

151
ATPASESSGIVPQLQNIVSTVNLGCKLDLKTIALRARNAE..........
ATPASESSGIVPQLQNIVSTVNLGCKLDLKTIALRARNAEYNPKRFAAVI
........ ADTIHIENVVASSDLGQELALDQLSTDLPGAE..........

250
......................... YNPKRFAAVIMRIREPRTTALIFSS
MRIREPRTTALIFSSGKMVCTGAKSYEPELFPGLIYRMIKPRIVLLIFVS
......................... YNPEDFPGVVYRLQEPKSATLIFRS

251 300
GKMVCTGAKSEEQSRLAARKYARVVQKLGFPAK . FLDFKIQNMVGSCDVK
GKVVLTGAKVRAEIYEAFENIYPIL. ... .o iiiiiiiinennennnn
GKVVCTGAKSVDDVHEALGIVFGDIRELGIDVTSNPPIEVQNIVSSASLE

301 350
FPIRLEGLVLTH.QQFSSYEPELFPGLIYRMIKPRIVLLIFVSGKVVLTG

oooooooooooooooooooooooooooooooooooooooooooooooooo

QSLNLNAIAIGLGLEQIEYEPEQFPGLVYRLDDPDVVVLLFGSGKLVITG

351 375
AKVRAEIYEAFENIYPILKGFRKTT
.................. KGFRKTT
GONPDEAEQALAHVQDRLTELGLLD

Figure 4.2: CSA-X alignment of TATA box proteins, where the highlighted regions indicate the
sections matched by the regular expression constraint.
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CHAPTER 5

ASSESSMENT

Performance of CSA-X is assessed using the BAIIBASE 3.0 benchmark database, and compared with
the results of RE-MuSiC — the other CMSA program that takes regular expression constraints as input.
Further, the performance of CSA-X with T-Coffee version 11.00.8cbe486 is compared to T-Coffee itself, and
similarly with ProbCons version 1.12. Since CSA-X is a modular tool, the underlying MSA program can be
changed to achieve better alignments. The study conducted by Pais, FSM et. al [38] showed that ProbCons,
T-Coffee, Probalign and MAFFT achieve higher accuracy than other MSA tools considered in their study.
In this study of assessment, ProbCons and T-Coffee are used as the underlying MSA algorithms in CSA-X
(although other programs can be used with CSA-X as well, these are the only two used for the purposes of
assessment). Whenever CSA-X uses ProbCons, it is referred to as CSA-PC, and for T-Coffee, it is called
CSA-TCOF-.

5.1 Benchmark Database

RE-MuSiC generates erroneous alignments for some datasets in the BAIIBASE 3.0 benchmark database,
where the length of the sequences are not equal and sometimes the resulting alignments contain wildcard
characters. For example, RE-MuSiC run with BB20003 dataset from BAIIBASE 3.0 using default settings

and the following constraint

[IMLVFATWYQGKH] - [VDLMFISAYENGQCH] - [PSKEGRQAFDTLNWIVH] - [DTNKQAEHFGRSMCIP] -
[VIAGNDKPLMRHTSYEF] - [VQIPKGSEARLDYNF]-x(0,1)-x(0,1)-x(0,1)-x(0,1)

returns an alignment, where the length of the sequences are different for headers 1020_A, PROA_STRTR
and PROA_STRPN. Furthermore, for header PROA_STRPN, the sequence in the output alignment contains
wildcard characters. Hence, the working database for this study is defined as being created from BAIIBASE 3.0
including those datasets for which RE-MuSiC produces non-erroneous alignments. BAIiBASE 3.0 is classified
into several groups; namely RV11, RV12, RV20, RV30, RV40, and RV50. Each of these groups include datasets
having full length sequences (filenames start with BB) and short truncated sequences (filename starts with
BBS) except RV40. RV11 includes divergent equidistant sequences having less than 20% identity, but RV12
contains datasets where sequences have 20 — 40% identity. Datasets in RV20 contain sequences that are

from the same family and share more than 40% identity, and there also exist orphan sequences (distant
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members of the family having a common fold and share less than 20% identity). RV 30 contains sequences
from different subfamilies, where members of the same subfamily share more than 40% identity but two
members from different subfamilies share less than 20% identity. RV40 and RV50 contain sequences with
large N/C-terminal extensions and internal insertions respectively. In the working database for this study,
there are 76 datasets from RV11, 84 datasets from RV12, 6 datasets from RV20, 6 datasets from RV30, 17
datasets from RV40 and 11 datasets from RV50, in total 200 datasets. Due to the erroneous alignments
from RE-MuSiC, the working database therefore contains a total of 200 datasets from BAIiIBASE 3.0 out
of 386 datasets. Out of these 200 datasets, 98 datasets contain short truncated sequences. To compare the
performance of CSA-X with RE-MuSiC and other programs, this working database is used in this study (we
will additionally consider the difference in results between programs when including those datasets not in the

working dataset).

5.2 Constraints

To identify the effects of constraints on generated alignments, two sets of regular expression constraints are
created from the correct alignments of the BAIiIBASE 3.0 benchmark database. One set of regular expression
constraints are created from the most conserved region of the correct alignments having some maximum
number of gaps. Another set is constructed from the least conserved region of the correct alignments with a
maximum number of gaps. All of these constraints are automatically generated using a Perl script, which uses
reference alignment files from BAIIBASE 3.0, identifies the most conserved regions and the least conserved
regions for the alignments, and generates the regular expression constraints. The length of the regular
expression constraints and the maximum number of gaps allowed per sequence are also used as input for this
script. Based on these information, the script generates regular expression constraints to be used in CSA-X
and RE-MuSiC.

The idea behind this approach, is to identify the effects of constraints on multiple sequence alignment.
Usually, expert users possess information about the sequences involved in the alignment process. They align
the sequences using a MSA program, and after that, they correct the alignment based on their knowledge if
it is not reflected in the generated alignment. If they have knowledge that a specific segment in a sequence
should be aligned with some other segment in another sequence, it is possible to encode their knowledge
beforehand and pass this information to MSA program. If this information is passed to a CMSA programs
like RE-MuSiC and CSA-X, this study investigates which of the two programs achieves a higher score. To
better understand the effects of constraints, they were chosen from both the most conserved region and the
least conserved region of the correct alignments. In this study, conserved regions are identified in terms
of sum-of-pair (SP) score, where higher SP score indicates the most conserved region and lower SP score
indicates the least conserved region.

For this study, the regular expression constraints are generated to be of length 12 with a maximum of one
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gap per sequence. The length of regular expression constraint is chosen to be 12 to avoid multiple matches.
To make a fair comparison between CSA-X and RE-MuSiC, both are tested on the same sets (most and
least conserved) of regular expression constraints (and therefore, all regular expressions tested do not have
the quantifiers * or + as these do not work with RE-MuSiC). Furthermore, CSA-PC with these regular
expressions are compared to ProbCons without using any regular expressions at all (and similarly with T-
Coffee) to gauge the potential improvements that using regular expressions as constraints can provide. This
depends on whether the regular expressions are created from highly conserved or lesser conserved regions.
Although this part of the assessment is done using the correct alignments to construct the regular expressions,
it is only being used to see if regular expressions can possibly improve quality, depending on the type of regular
expression. A thorough test of common regular expressions used by expert users together with a test to see
if they improve alignment quality is beyond the scope of this thesis. However, for comparing RE-MuSiC to
CSA-X, such regular expressions are equally favourable to both programs, and is therefore a useful method

of comparison.

5.3 Accuracy Measurement

To measure the accuracy of considered programs in this study, two scores, Q score (Quality Score) and
TC score (Total Column Score) are computed. Edgar [17] defined Q score as a ratio between the number
of correctly aligned pairs by the algorithm being tested to the number of residue pairs in the reference
alignment, which is same as the sum-of-pairs score defined by Thompson et. al [53]. TC score is the number
of correctly aligned columns, divided by the number of columns in the reference alignment, which is also same
as the column score (CS) defined by Thompson et al [53]. Program gscore, available at http://drive5. com/

gscore/ is used to compute these scores.

5.4 Statistical Analysis

In an experiment where sample data is collected from a population, an observed effect may be due to
sampling error. To eliminate the idea that the difference is merely by chance, statistical significance tests are
conducted. Researchers working in the area of multiple sequence alignment mainly use two tests to measure
the statistical significance of the data; one is the Friedman rank test [I9] and another one is the Wilcoxon
signed-rank test [55]. Notredame et al. [37], Gotoh [2I] used the Wilcoxon signed-rank test in their study to
assess the statistical significance of their test results. On the other hand, Edgar [I7], Batzoglou et al. [I5]
used the Friedman rank test. In this work, Wilcoxon signed-rank test and Wilcoxon rank-sum test are used
to measure statistical significance. If two samples are paired, Wilcoxon signed-rank test is used. Otherwise,

Wilcoxon rank-sum test is used. A brief introduction to these techniques are as follows:
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5.4.1 Wilcoxon Signed-Rank Test

Wilcoxon signed-rank test is a non-parametric test, which means for this method the sample population
need not be normally distributed, and the two sample datasets must be paired i.e. one dataset should be
directly related to a specific observation in other dataset. In this method, two hypotheses are made; one is
the null hypothesis, and the other one is the alternative hypothesis. Here “the two matched pairs come from
populations with equal medians” — is assumed as the null hypothesis and “the two matched pairs come from
populations with non-equal medians” — is assumed as the alternative hypothesis. Then in this test a score
known as a “p-value” is computed, and based on that it is determined whether the null hypothesis is rejected

[53].

5.4.2 Wilcoxon Rank-Sum Test

Wilcoxon rank-sum test is also a non-parametric test like the Wilcoxon signed-rank test. This test is applied
if the two sample datasets are independent. Here, “the two samples come from populations with equal
medians” — is considered as the null hypothesis and “the two samples come from populations with different
medians” — is considered as the alternative hypothesis. Similarly for this test, a “p-value” is computed, and
based on that it is determined whether the null hypothesis is rejected [55].

Note that in this study, “no significant difference between the datasets of the considered programs” —
is considered as the null hypothesis, and if the p-value is less than 0.05 then the null hypothesis is rejected.

Lesser p-value indicates more statistical significance.

5.5 Parameter Settings

Standalone ProbCons and T-Coffee are used with the default parameter settings (performing a comparison
by systematically varying all parameters with every program is beyond the scope of this work). The same
parameter settings of ProbCons and T-Coffee are used in CSA-PC and CSA-TCOF respectively. RE-MuSiC
is run with default gap extension and gap open penalty. CSA-PC, CSA-TCOF, and RE-MuSiC are provided
with the equivalent set of regular expression constraints. As the format of specifying regular expression
constraints in CSA-X and RE-MuSiC is different, equivalent regular expression constraint sets are used for

these programs.
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CHAPTER 6

RESULTS

6.1 Accuracy Results

In this study, ProbCons and T-Coffee are used as the underlying MSA algorithms in CSA-X. Whenever
CSA-X uses ProbCons, it is referred to as CSA-PC, and for using T-Coffee, it is called CSA-TCOF. The
considered programs for accuracy measurement in this study are: CSA-PC, CSA-TCOF, RE-MuSiC, T-
Coffee and ProbCons. Average (AVG) and standard deviation (SD) of Q score and TC score (described in
Section for these programs are presented in Table Among these programs CSA-PC, CSA-TCOF
and RE-MuSiC are provided with the regular expression constraints. Section describes the process of
obtaining regular expression constraints in detail. Two types of constraints are used — constraints obtained
from the most conserved regions (MC) and constraints from the least conserved regions (LC) of the correct
alignments. The list of constraints used with CSA-X and RE-MuSiC are in Appendix [A] and in Appendix
respectively. However, T-Coffee and ProbCons are run without any constraint on the working database,
and their results are also included in Table For assessing the accuracy of the proposed CSA-X modular

program, two types of comparisons are designed:
e CSA-X versus other regular expression constrained MSA program (RE-MuSiC),

e CSA-X versus the underlying MSA program used in CSA-X.

6.1.1 Comparison of CSA-X with regular expression constrained MSA program
(RE-MusSiC)

It is observed from Table for 200 datasets in the working database that CSA-PC and CSA-TCOF both
achieve higher accuracy compared to RE-MuSiC, for using both Q score and TC score. From Table [6.2] it
is apparent that on average for Q score, CSA-PC achieves approximately 17.9% and CSA-TCOF achieves
almost 17.4% higher score compared to RE-MuSiC when using constraints obtained from the least conserved
(LC) region of the correct alignments respectively. However, for the constraints obtained from the most
conserved (MC) region of the correct alignments, CSA-PC and CSA-TCOF achieve 17.6% and 16.8% higher
score respectively. While for TC score, CSA-PC and CSA-TCOF shows even higher results. For the most
conserved region regular expression constraints set, CSA-PC achieves 21.7% and CSA-TCOF achieves 20.6%
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MC LC
AVG AVG AVG
CSA-PC 0.868 (0.118) | 0.881 (0.116) | -
CSA-TCOF | 0.860 (0.131) 0.876 (0.124) -
Q | RE-MuSiC | 0.691 (0.197) 0.702 (0.220) -
ProbCons - - 0.854 (0.153)
T-Coffee - - 0.846 (0.166)
CSA-PC 0.713(0.222) | 0.730 (0.244) | -
CSA-TCOF | 0.702 (0.231) 0.718 (0.244) -
TC | RE-MuSiC | 0.496 (0.256) 0.487 (0.299) -
ProbCons - - 0.693
T-Coffee - - 0.680

Table 6.1: The table above lists the average and standard deviation (in parentheses) of Q score and
TC score for the working database. MC and LC represent the use of regular expression constraints
identified from the correct alignments of the most conserved region and the least conserved region
of the benchmark datasets, and ‘-’ represents a score not computed. The last column is computed
without the use of regular expressions. The entries that are bold represent the highest value for each
type of score and regular expression.

RE-MuSiC
Q TC
MC LC MC LC
CSA-PC 0.176 | 0.179 | 0.217 | 0.243
CSA-TCOF | 0.168 | 0.174 | 0.206 | 0.231

Table 6.2: Average Q score and TC score are higher for CSA-PC and CSA-TCOF in comparison to
RE-MuSiC. MC and LC represent the use of regular expression constraints identified from the correct
alignments of the most conserved region and the least conserved region of the benchmark datasets.
Values in this table represent the difference between average Q score or TC score for the mentioned
programs.

CSA-PC vs. ProbCons | CSA-TCOF vs. T-Coffee
MC | LC MC LC

Q 0.014 | 0.026 0.014 | 0.030

TC | 0.021 | 0.038 0.022 | 0.038

Table 6.3: Average Q score and TC score are higher for CSA-PC and CSA-TCOF in comparison to
ProbCons and T-Coffee. MC and LC represent the use of regular expression constraints identified from
the correct alignments of the most conserved region and the least conserved region of the benchmark
datasets. Values in this table represent the difference between average Q score or TC score for the
mentioned programs.
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Ratio for Q score | Ratio for TC score
CSA-PC (LC) >RE-MuSiC 195 = 97.5% 185 — 92.5%
CSA-PC (LC) = RE-MuSiC 525 = 1% 525 = 2.5%
CSA-PC (MC) >RE-MuSiC 302 = 96% o0 =93%
CSA-PC (MC) = RE-MuSiC s = 2% 705 = 4.5%
CSA-TCOF (LC) >RE-MuSiC 8 =97% 81 = 92%
CSA-TCOF (LC) = RE-MuSiC 305 = 2% o5 = 3.5%
CSA-TCOF (MC) >RE-MuSiC 2L =95.5% 350 = 90%
CSA-TCOF (MC) = RE-MuSiC 305 = 2% x = T7.5%

Table 6.4: Percentage of datasets for which CSA-X performs higher or equal to RE-MuSiC. Each
entry in the second column gives the number of datasets where CSA-X compares to RE-MuSiC as
indicated in the first column divided by the total number of datasets (200). CSA-X (LC/MC) indicates
that CSA-X is either provided with the LC or MC constraints set, and X indicates the name of the
underlying MSA program.

higher results compared to RE-MuSiC, and the score rises to 21.7% and 20.6% respectively for CSA-PC and
CSA-TCOF for the LC constraints set.

Out of 200 working datasets for Q score, CSA-PC and CSA-TCOF with LC constraints perform higher
for 195 and 194 datasets respectively compared to RE-MuSiC, and CSA-PC and RE-MuSiC perform equally
well for 2 datasets, and CSA-TCOF and RE-MuSiC perform equally for 4 datasets. So in fact, CSA-PC and
CSA-TCOF perform higher in 98% and 97% of the cases respectively for the working database. In addition,
for TC score, CSA-PC and CSA-TCOF with LC constraints set achieves higher score in total for 185 and 184
datasets, and an equal score for 5 and 7 datasets. CSA-PC and CSA-TCOF with MC constraints set achieves
a higher score for Q score for 192 and 191 datasets respectively, and for TC score they achieve higher score
for 186 and 180 datasets respectively compared to RE-MuSiC. The complete results are provided in Table
[6-4] In addition, if all the datasets in BAIIBASE 3.0 are considered, instead of just the working datasets, and
we define CSA-X as performing better than RE-MuSiC for instances where RE-MuSiC is giving erroneous
results, then CSA-PC (LC) gives a higher score for 381 datasets out of 386 datasets, and CSA-TCOF (LC)
gives a higher score for 380 datasets out of 386 datasets.

6.1.2 Comparison of CSA-X with the underlying MSA programs used

Furthermore, from Table [6.1] CSA-PC and CSA-TCOF score higher overall than standalone ProbCons and
T-Coffee run without any constraints. From Table for MC constraints, CSA-PC and CSA-TCOF both
shows 1.4% higher Q score and more than 2% higher TC score compared to ProbCons and T-Coffee. Where
as, using LC constraints, CSA-PC and CSA-TCOF achieves 2.6% and 2.9% higher Q score and 3.78% and
3.76% higher TC score respectively. According to Thompson et al. [53] the BAIBASE sum-of-pairs score

(similar to Q score) increases if a program succeeds in aligning sequences relative to the reference alignment
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dataset; this means the higher the Q score is, the better the program is at generating accurate alignments,
while TC score tests how efficiently the program is aligning all the sequences. This is a more stringent criteria
of measurement as a column score can become zero if a single sequence is misaligned [29]. The complete
results (Q score and TC score separated for each individual dataset) of these considered programs can be

found in the appendix [C]

6.1.3 Result analysis on separate groups of the working database

Results of these programs on different groups in the working database show which programs are best suited
for aligning sequences with N/C-terminal extensions, sequences with large internal insertions, and sequences
with distant members of the family. Figures and demonstrate accuracy scores (Q and TC)
for the considered programs. Table [6.5] and indicates names of the programs that achieves a higher
average Q score and TC score respectively. In these tables, rows labelled as MC/LC indicates that CSA-X
was either provided with MC/LC regular expression constraints set. In contrast, the row “Recommended”
holds the names of recommended programs for constrained alignment on different groups. Based on these
results, it is concluded that CSA-X clearly outperforms overall RE-MuSiC. RE-MuSiC only provides higher
results in terms of TC score for the RV20 subgroup provided with MC regular expression set. It is worth
noticing that the difference between CSA-PC and RE-MuSiC is 17.3%, and for CSA-TCOF and RE-MuSiC is
18.6%. However, Both CSA-PC and CSA-TCOF achieves higher results for this subgroup when used with LC
regular expression set; specifically, CSA-PC and CSA-TCOF achieves almost 39% higher results compared
to RE-MuSiC.

As a whole, CSA-X achieves higher accuracy compared to RE-MuSiC and the rest of the programs.
Moreover, it is observed that CSA-TCOF achieves slightly higher average compared to CSA-PC for subgroup
RV40 and RV50, which contains datasets having sequences with N/C-terminal extensions and large inter-
nal insertions, while CSA-PC achieves higher score for rest of the subgroups compared to CSA-TCOF. In
comparison to standalone ProbCons with CSA-PC, ProbCons achieves higher accuracy in terms of Q and
TC score only for short sequences of subgroups RV12 and RV20. However, CSA-PC has higher accuracy
compared to ProbCons for the rest of the subgroups of datasets with long and short truncated sequences.
If T-Coffee is analyzed against CSA-TCOF, CSA-TCOF obtains good accuracy for Q score in most of the
subgroups, with the exception of subgroup RV40 with MC constraints and RV50 with short sequences while
used with LC constraints. T-Coffee achieves minimal .2% higher average for Q score in the case of RV40
and 2% higher for RV50 in comparison to CSA-TCOF. For TC score, T-Coffee obtains 7% higher average
compared to CSA-TCOF for RV50 subgroup used with LC constraints only for short truncated sequences.
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Figure 6.1: Average Q score on various subgroups for each program. CSA-TCOF and CSA-PC uses
most conserved regular expression set.

RV11 RV12 RV20 RV30 RV40 RV50

Long MC CSA-PC | CSA-TCOF | CSA-TCOF | CSA-PC | T-Coffee CSA-PC
LC CSA-PC | CSA-PC CSA-TCOF | CSA-PC | CSA-TC CSA-TCOF
MC CSA-PC | ProbCons ProbCons CSA-PC CSA-TCOF

Short LC CSA-PC | CSA-PC CSA-TCOF | CSA-PC T-Coffee
Recommended | CSA-PC | CSA-PC CSA-TCOF | CSA-PC | CSA-TC/T-Coffee | CSA-TCOF

Table 6.5: Programs obtaining higher Q score in each subgroups based on results from Figure and
Figure[6.2] “Recommended” holds the names of recommended programs for constrained alignment on

different groups.
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Figure 6.2: Average Q score on various subgroups for each program. CSA-TCOF and CSA-PC uses
least conserved regular expression set.

RV11 RV12 RV20 RV30 RV40 RV50
Long MC CSA-PC | CSA-TCOF | RE-MuSiC | CSA-PC | CSA-PC CSA-PC
LC CSA-PC | CSA-PC CSA-TCOF | CSA-PC | CSA-TC T-Coffee
MC CSA-PC | ProbCons ProbCons CSA-PC CSA-TCOF
Short LC CSA-PC | CSA-PC CSA-TCOF | CSA-PC CSA-TCOF
Recommended | CSA-PC | CSA-PC CSA-TCOF | CSA-PC | CSA-PC/CSA-TC | CSA-TCOF

Table 6.6: Programs obtaining higher T'C score in each subgroups based on results from Figure
and Figure[6.4 “Recommended” holds the names of recommended programs for constrained alignment
on different groups.
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Figure 6.3: Average TC score on various subgroups for each program. CSA-TCOF and CSA-PC
uses most conserved regular expression set.
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Figure 6.4: Average TC score on various subgroups for each program. CSA-TCOF and CSA-PC
uses least conserved regular expression set.
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Constraints Used | Compared Programs Scores | P-value/ Significant
MC CSA-TCOF vs. RE-MuSiC | Q <2.2e-16 (yes)
TC 2.89E-15 (yes)
CSA-PC vs. RE-MuSiC Q <2.2e-16 (yes)
TC <2.2e-16 (yes)
LC CSA-TCOF vs. RE-MuSiC | Q <2.2e-16 (yes)
TC 6.66E-16 (yes
CSA-PC vs. RE-MuSiC Q <2.2e-16 (yes)
TC <2.2e-16 (yes)

Table 6.7: Results of the Wilcoxon rank-sum test between CSA-TCOF against RE-MuSiC and CSA-
PC against RE-MuSiC.

6.2 Statistical Analysis Results

For 200 (N = 200) working datasets, statistical significance tests are conducted between the different programs
considered in this study. The Wilcoxon rank-sum test is carried out between CSA-TCOF and RE-MuSiC and
between CSA-PC and RE-MuSiC. As the outcome of CSA-TCOF does not depend upon RE-MuSiC, hence
the Wilcoxon rank-sum test is chosen. Table [6.7] shows the results of this test. The null hypothesis is that
no significant difference between the two samples is considered. If the test rejects the null hypothesis then it
means that there is a significance difference between the two samples. For this test, a 5% significance level is
used, which means that if the p-value is less than 0.05 then the null hypothesis is rejected. In Table all
the p-values are less than 0.05. Hence, the null hypothesis is rejected, and it is determined that the results
of CSA-PC and CSA-TCOF are significantly different compared to RE-MuSiC, and are not by chance.
Since the outcome of CSA-TCOF and CSA-PC depend upon T-Coffee and ProbCons respectively, so the
Wilcoxon signed-rank test is selected to test if there is significance difference between these programs. The
null hypothesis is that there is no significant difference between the samples. For this case, it is also considered
that if the p-value is less than 0.05, then null hypothesis is rejected. Table indicates the outcome of this
test. From the table, it is observed that the results are not significantly different for CSA-TCOF and T-
Coffee if CSA-TCOF uses the most conserved (MC) regular expression constraints set. Likewise, CSA-PC
with MC constraints set, is not significantly different compared to ProbCons in terms of Q score. This is
because ProbCons and T-Coffee both are able to successfully align the most conserved region without the
explicit constraints. But the situation changes if CSA-TCOF and CSA-PC uses the least conserved (LC)
regular expression constraints set, and from Table it is observed that there is significant difference in
the results of CSA-TCOF and CSA-PC with T-Coffee and ProbCons respectively if they are supplied with

LC constraints set. It is most likely that ProbCons and T-Coffee are unable to align the least conserved
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Compared Programs | Constraints with CSA-X | Score | P/ Significant
CSA-TCOF vs. T-Coffee | MC Q 0.6529 (no)
TC 0.1579 (no)
LC Q 8.18E-10 (yes)
TC 3.09E-08 (yes)
CSA-PC vs. ProbCons MC Q 0.0911 (no)
TC 0.0201 (yes)
LC Q 2.50E-10 (yes)
TC 1.10E-08 (yes)

Table 6.8: Results of the Wilcoxon signed-rank test between CSA-TCOF against T-Coffee and CSA-
PC against ProbCons.

regions properly, so whenever CSA is receiving these regions as constraints, it is aligning them properly and
achieving higher accuracy scores.

For comparing RE-MuSiC to CSA-X, using the same regular expressions (whether created from the most
or least conserved regions) gives significantly better results to CSA-X. This implies that when an alignment
program with regular expression constraints is desired, CSA-X is the preferred program. Also, it is tested
whether regular expression constraints with CSA-X is able to perform better than the standalone program
used in CSA-X. Although, constraints chosen from the most or least conserved region are not necessarily
realistic in terms of regular expression constraints chosen by either an expert user, or created from a database
of additional information, using constraints created from the correct alignment does have the advantage of
capturing some piece of information the user may know to be true, in a situation where a standalone alignment
program is not giving ideal results. And indeed, constraints chosen from the most conserved region do not
seem to help versus not using any constraint, however constraints chosen from the least conserved region do

help versus not using any constraints.
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CHAPTER 7

CONCLUSION AND FUTURE DIRECTIONS

The constrained multiple sequence alignment program, CSA-X, allows the user to specify regular ex-
pression constraints for the multiple sequence alignment, and the resulting alignment enforces that specific
sections matching the regular expression gets aligned. This can improve the accuracy and biological sig-
nificance of the generated alignments, as functional and structural information regarding the sequences can
be expressed using regular expression syntax. Since most of the MSA programs proposed in the literature
are fully automated, and allows to only adjust a limited number of parameters, CSA-X offers a unique way
to produce alignments according to the constraints stipulated by the user. In addition, the constraints are
mentioned in CSA-X in accordance to the hash augmented regular expression syntax, which is an extension to
the standard Perl regular expression syntax, is more robust, and supports the use of different quantification
operators such as Kleene star and Kleene plus that are not supported by other constrained multiple sequence
alignment program such as RE-MuSiC. The use of regular expression constraints enables CSA-X to be used
with motifs recorded in the PROSITE database with a simple format conversion.

Research conducted by Papadopoulus and Agarwala [39] showed that the use of motifs from PROSITE
and profiles from CDD (Conserved Domain Database) can improve the alignment accuracy of the multiple
sequences. Preliminary work for this research showed that CSA-X was outperforming RE-MuSiC when
using constraints from PROSITE. And there are some examples where using the regular expressions from
PROSITE with CSA-X can improve an alignment versus using the standalone MSA program. But overall,
using a standalone MSA program was better than using the PROSITE regular expression constraints with
CSA-X, implying that it is not always desirable to use these types of regular expressions as constraints.
However, a more systematic study of using constraints from PROSITE and other sources is left as future
work.

In this research work, it is shown that if good regular expression constraints are chosen to be used with
CSA-X, then the accuracy of the generated alignments increases. Based on the average accuracy scores from
the benchmarking analysis and the statistical significance testing, it is shown that CSA-X framework with
ProbCons and T-Coffee (known as CSA-PC and CSA-TCOF respectively) generates more accurate align-
ments compared to RE-MuSiC — the only other implemented CMSA algorithm that uses regular expression
constraints. Specifically, on average, CSA-X used with constraints identified from the least conserved regions

of the correct alignments, achieves results that are 17.65% more for Q score, and 23.7% more for TC score
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compared to RE-MuSiC. In fact, out of 200 datasets, using the least conserved constraints set, CSA-X with
ProbCons (CSA-PC) and CSA-X with T-Coffee (CSA-TCOF) both achieve higher score for 97.5% and 97%
of the cases for Q score, and 92.5% and 92% of the cases for TC score, respectively. Also if all the datasets
in BAIiBASE 3.0 are considered, instead of just the working datasets, for the least conserved constraints set,
CSA-PC gives a higher score for 98.7% of the cases, and CSA-TCOF gives a higher score for 98.4% of the
cases for QQ score. Furthermore, it is also shown that if good regular expression constraints are chosen from
the least conserved portion of the correct alignments, then the results of CSA-X is significantly better than
the underlying MSA program. Finally, CSA-X is a modularized tool, and it allows the user to change the
underlying multiple sequence alignment program if more efficient programs become available, or a specialized
program is required.

However, there are future directions for CSA-X. At present, CSA-X supports only a single regular expres-
sion constraint as an input, and this should be extended to support multiple constraints in the future. Though
multiple regular expressions can be combined to a single regular expression using the concatenation operator
and quantifiers, this is less intuitive than allowing multiple regular expressions. In addition, CSA-X handles
multiple regular expression matches by considering all possible alignments of regular expression matched
segments. Although this functionality is ideal, the current implementation increases the computational time
exponentially as the number of repeated matches increases. This will not be too onerous if there are not
many matches (for example, if the regular expression is long enough, there will not likely be very many
matches), but is not efficient in general. A good heuristic filtering stage to identify the proper combination of
regular expression matched segments can also be designed; this could possibly not compromise the alignment
accuracy but reduce the computational time significantly. Restricting CSA-X to specify constraints with only
regular expressions can be considered as a limitation. More generalized frameworks that accept constraints
in various formats such as regular expressions, context free grammars, and anchor-points can be a significant
improvement for the constrained multiple sequence alignment framework. Finally, although the time taken
for CSA-X in the verification was comparable to RE-MuSiC overall, a more thorough examination of time

complexity is left as future work.
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APPENDIX A

CONSTRAINTS USED WITH CSA-X

The evaluation of CSA-X in Chapter [f] is tested with a set of regular expressions. These are obtained
from the most conserved regions and the least conserved regions of the correct alignments of the working
database (adapted from the BAIIBASE 3.0 benchmark database). A Perl script is used to identify the
most conserved and the least conserved regions of the alignments, and later these regions are converted into
the hash-augmented regular expressions in a column-by-column fashion. In order to generate the regular
expression sets, the script is provided with the length of the hash-augmented regular expression constraints
(number of ‘#’ symbols in the constraints) and the number of allowable gaps to exist in the identified most
conserved or least conserved regions. Having this information, the Perl script generates the hash-augmented
regular expression sets from the most conserved regions and the least conserved regions of the alignments.
The list of hash-augmented regular expression constraints used with CSA-X for conducting the benchmark
studies are as follows:
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([4AT)#([1D])# ([d¥DS] ) # ([¥ASNI ) # ([D])# ([A¥S] ) # ([A])#([AQYL])# ([IA])#([dA])#([ALS])#([D]) ozoztad
(HD#(D#(IID#(HD#([TDH#([TAD# (D) # (SN #([d1)# (A #([d])#([d]) 610zTdd

(A #(TTDH# (LD # ([0 # ISV # (V1) # ([T # (41D #([D1) # ([T #([21)#([D1) 8102144

([d1)#(INLTAD) #([3da] ) # ([A4M]) # ([H])# ([SHALD ) # ([WT])# ([NL]1)#([TOOA])#([TAIAA]) #([4d])#([MAaD]) LtozTdd

C(LIATI)#(LIAD) #([LS1)#([4aL]) #([aD)# ([AVD)# ([D1)# ([11)# ([ # (AT # ([T #([VAD) gtozTdd

([91)#([MATVA]) # ([VMDAdS] ) # ([ATHEVH] ) # ( [LONMATO] ) # ( [AZITTOV] ) # ([TTA] ) # ([HYD] ) # ([ATVDIME] ) # ([ALA] ) #([TAM] ) #([D]) s102Tdd
(041 # (LLOYAWV] ) # ([4])# ([MHY]) # ([N])#([ISD])#([AAL])#([M])#([INIAD)#([¥0])#([AI])#([ADY]) procrad

([4n])#([M1)# ([ADDSY) #([@F] ) # ([LANI) #([SM1)#([LAD])# ([OH])#([4A1)#([IND)#([MI)#([ISAD) grozTdd

([ #(LATAD # (O #(HD# ([SLD# ([ATID# ([ # ([H]) #([OV])# ([LYAD) #([IAD)#([a]) zrozrdd

([91)#([MUQVAL]) # ([1AONI)# ([A])# ([ALAM]) # ( [ISHANDNYE] ) # ([ILA])#([SOV])#([HA])#([NVALA])#([ISI])#([A]) 170C144

([UOAMT) # (LT TWI ) #([D1)# ([9F])# ([Ad])# ([VOATI)#([vOSI)# ([LOTI)#([9S1)# ([A1)#(INH])#([AT]) otozTdd

(LI #CLTA1)#([D1)# ([HMA])# ([D1)# ([DSH] ) # ([SMOVA] ) # ([YDLNS] ) # ([SAND ) # ([A])# ([DLIM])#([H]) 6002199
(IN@])#([SI1)#([D1)#([ASY])#([VAbON] ) #([Vud])#([2])#([SL])# ([ATVANT])#([WIOVD]I)#( [INAATA])#([OSY]) 800ztTad
([91)#(INAAT])#([9S1)# (NI #([D1)# (W1 ) # ([V1)#([HI) #([ADSWVI) #([A1)#([I])#([0]1) Looztdd

([d1)#([MNd])#([93a]) # ([ONY1)# ([91)# ([d1)# ([d1)#([1VI)# ([A1)#([vS1)#([ITA])#([WT]) 900zTdd

([AAD)#([dab] ) # ([AWATI ) # ([HAD ) # ([Ad])#([SY])# ([H])#([A])# ([AM])#([IVALW] )#([a])#([ANIT]) 5002149

([aso1)#([SYALI) # (& A1) # (INDI)# ([I1)# ([v1)#([SM])#([SATTAD) #([d1)#([A1)#([A1)#([AV]) 00z Tad

([EAVAT) # ([SANH])# ([NMEA] ) # ([2d])# ([AVTI) # ([AQDV] ) # ([IDANA])#([D1)# ([MA])#([01)#([¥DSV])# ([SAIWIN] ) €00zTdd

([ # (N1 # ([T #([91)# ([ADYI ) # ([¥Nd] ) # ([HNDI ) # ([WTI) # ([HOAIV])# ([DLAJ])#([D1)#([AWTI]) zoozTdd
([901)#([91)#([d1)#([91)#([D])# ([DIN])# ([1AT])#([M])#([WVII])#([TVAI])#([ATI)#([d]) 100Z784

([WTIAID) #(LVTI)# ([ATIA]) #([N] ) # ([MISVA] ) # ([SVA)# (U] #([TI])#([a))#([1¥])#([HA])#([VIA]) 8eoTTdd

([ATWD ) # ([IAY] ) # ([QA] ) # ([TLAA] ) # ([TSADW] ) # ([AAT) #([DIVAI) #([DAVSLI) # ([OMI) #([AMI) #([ATI)#([Td]) Lg07149

IOV #([DAVI) # ([DTALY] ) # [TV ) # ([aa¥] ) # ([MTVS])# ([ITV])# ([VI)#([WSDOTI ) #([FALS] ) # ([TIA])#([AVD]) 9e0TTdd

([FLSHT) # ([NVST) # ([TANI ) # ([MAT) #([Va])# ([AV])#([AT])#([ANY])#([I¥¥])# ([VEIT])#([bad])#([obvH]) georTad
(LVIIAD)#([a])#([91)#([VTIIA]) #( [TAV] ) #( [HMAA] ) # ([AT])# ([ANHD] ) # (& [d¥] ) # ([THSOAA] )#( [ATYLISN] ) #( [NSYL]) yeotTTad
([ALD])#([ALDM] ) #([AdLS])# ([AL14Y])#([AASOM] ) # ([ATIAA] ) # ([ANAQIA])#([HATA])# ([WATALT] ) #([STIDUDA] ) # ( [ALSATHA] ) # (& [IHAD]) €e0TTdd
([Ad])#([dSOVLI)# ([AATII) #([¥D1)#([ALII) #([D1)#([L1D1)#([sOVI)#([ITAT)#([IWT])#([ITADMI])#([WATIA]) zeoTTdad
(LIVATTI)#([41)# ([SIAVI)#([VHALAT] )# ([ANM])# ( [IWAVAT] ) #([@D])# ([VXTISHMW] ) # (& [al)# ([MAINSUN] ) # ([4ISHVDI) #([TIXV]) 1e0T14d
([dMYOMNTYAS]) # ([ADTLOHAST] ) #([AVISD] ) # ([DIAV]I) # ( [WAIDASN] ) # ( [DHSN] ) #([ATTA]) #([IAT])#([LSTIVAD] ) #([ITa])#([VAYTIOA] ) #([¥EDLINDYS]) ogottag
(LIAT])#([MAD) #([QVL])#([AVI])#([AT])#([YNQ])#([IAVN] ) #([VIH])#([0A])#([o¥i])#([Vad])#([L1SH]) 6201149

([DavoN])# ( [AILYSAM] ) # ([IDVA]) # ([DVISIAAN] ) # ([ADT]) # ([MATSALN]) # ([HA])# ([USTALINN] ) # ([HAYD] ) # ([AOMLIVAS]) # ([NVA]) #([DSAv]) 8zoTTdd
([1usDI)# ([¥1)# ([D])# ([YALV] ) # ([V¥D] ) # ([AAHSA])# ([IAVAD] ) #([DI)# ([AISIT])# ([WITA])#([Ad])#([TWI]) LzoT14g

([NQL¥a])# ([DITAN] ) # ( [N¥DDNAT) # (& [TOI) # ([NDVII)# ([aQvyasy])# ([LTIENY] ) # ([IVINI) # ([VOAD) # ([ZaN]) # ([TAHED) #([Q1I]) ozorTdd
(& [91)#([VY1)#(IWTID] ) # ([SANI]) # ([FUTIAT) # ([IMVAT) # ([AATI)#([MIST) # ([THDID# ([ATI) # ([MINI)#([asS4d]) seorTdd

([¥1) #([AAHD) # ([VWADI) # ( [ANST) # ([VD]) # ( [ANMAT ) # ( [DADI] ) # ([ANV] ) # ([ATW])# ([MTH] ) # ([IDTI)#([d]) peotrad

([ATIAT)#([AT)# ([IAVAN] ) # ([THAQD ) # ([D1)# (& [d])# ([ANL])#([Maba] ) # ([MD])# ([LAVI] ) # ([dM])# ([INVDH]) €corTad

([avON]) #([FUDI) # ([DSVI)# ([IATI)# ([WNVE] ) # ([MLSV])# ([NTO])# ([dLSN])# ([AT])#([MD1)# (& (4TI #([Md]) zeorTdd
([avdol)#([adVT])#([DVWA] ) #([dD1)# ([NINV])#([AIA])#([TLA])#([AZH])#([MIA])#([NI)#([H])#([bDd]) 1z0T14d

([OAAAVT]) #([A1)# ([IAVID#([WAITI)#([SDLI)# ([TATAW] )# ( [ANDNYES] ) # ([AADN] ) # ([1D] ) # ([@DVOAD) # ([TATAT) #([AMA]) ozorrdd

([AD) # ([AYLIA]) # ([4D1)# ([ITISVAD)# ([JAIOV])#([DQT])# (& [TNINH] ) #([D])#([AdDIVTI)# ([VDIAI])# ([ASVIIAN] ) #([DYDAN]) 610TTdd
([H])#([HOSAN] ) # ( [TIATd] ) # ([dIAV])#([TMYAA] ) #([A])#( [ADOWTIAT]) # ( [TAAWI])# ([VITA])#( [SNOUAN])# ([XTAWI])# ([adN]) 810TTdd
([OUND)#([I0])# ([I1)#([A0AT) # ([IXYD) # ([ALD) # (Y1) # ([STVI)# ([VAD ) # ([I])# ([SIV])#([AL]) L107799

(LVIAD) #([aD)#([D91)# ([VIAT])# ([TAY] ) # ([HAAM] ) # ([IA])#([DAN] ) # ( [SHdH] ) # ( [T¥DHIAW] ) #([QVLIS])#([NDSL]) 9toTTad
([IT1)#([AVD]) # ([VLIAD)# ([INIW])# ([LAD)#([NG])#([VAI)#([d])# ([NI)#([9S11)#([IA])#([IA]) §grotTad

(LAI]) # ([OAVAND) # ( [Wd]) # ( [VHI) # ([OLVIDI ) # ( [WOATI ) # ([T1) # ([AVHI] ) # ([¥NS])#([F])# ([IAT])#([ad]) yro11dd

([D0SHd] ) # ([IT])# ([AVIATI ) # ([NVEN] ) # ([MASOYI) # ([TWII) #([ST])# ([4DHOVI)# ([DTYM] ) # ([SHI)# ([WASN] ) #(&[4]) €107749
([@Fd])#([41)#([Md])# (INL])# ([ALM])# ([MI)#([SYDI)# ([VDI)# ([MNI) # ([V41)# ([HMAI)#([VIT]) zrorrdd

([NDST)#([aQVONS])# ([WAA])# ([AIT])#([SdDY])#([¥SD])#([D1)# ([VXSD])# ([ANW])#([9]1)#([¥vdd])#([DOAT]) 17071749

([STY] ) # ([YIDA] ) # ([AATI)#([TT])# (INTVH] ) # ([VI])# ([TIA])#([IAT])#([3])#([SOV])#([al)#([NSD]) ot10TTdd

([YYHV])#([01) # ([1S1)#([51S1)#([D1)#([LAVS])#([DD])#([ASY])#([IN¥])# (< [])#([D1)#([aAvs]) 6001199

([SNM1)#([SUL11)# ([ADST)# ([SVI)# ([3a])# ([¥1)#([TIAD #([TTD#([41)#([TL1#([D1)#([dal) 8007199

([HADET) # ([IWHYT] ) # ([ITM] ) # ([DLY])#([I4T])#([AyOOIH] ) # ([SYIUD] ) # ([D1) # ([dATWTI ) #([01)# ([¥VTAW] ) # ([¥H]) L00T1dd
([NYDST)# ([INATITI)#([4MA])#([d1)#([TATI) #([VIASI)#([TIWNA])#([YHSL])# (& [LIVADA]) # ([DTOLVSH] ) # ([dNWLS])#([VSON]) 900T14g
([91)#([SHOLT])# ([ANSVA] ) # ([USON] ) # ( [HATONS] ) # (& [VOHA] ) # ([D1Id])# ([VAISIN])# ( [HANEOL] ) # ([SVITA])#([VAAIAT])#([IAWIA]) 5007749
CLTIND) # ([ANL]) # ([IWAD) # ([AT])# ([VA])# ([ATI)# ([M0A1)# ([TATI)# ([dND)#([VE]) # ([ATI]) # ([DMI]) 00tTTad

([9d1) #([¥M1)# ([AVTI) #([TI1)#([IA])#([dLV])#([ON])#([D1)#([SAVI)#([MVI)#([TAI) #([dV]) €007199

([ISAIAA] ) # ([MTYIATd] ) # ([DUNIDL] ) # ([IVATI])# ([HIANTAD) # ([WSUINI)#([VIDUS])# ([d1)#([dA1)# ([AQAMI)#([¥D])# ([M1TI¥aV]) zootTdd
([AZ])#([d¥])# ([YWMD] ) # ([OM] ) # ([¥F]) # ([A¥N] ) # ([¥4FY] ) # ([dLS])# ([ TW] ) # ([VAWL] ) #( [H’] ) #([AM]) 1007144
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([HADE] ) # ([AWHYT] ) # ( [ITYN] ) # ([DOLVI) # ([I4T])#([avODdH] ) # ( [SYIUD] ) #([D])# ( [dATWT] ) #([0])# ( [UVTIN] ) # ( [¥H])
(INVDSI)#([INAITI)#([AMAT) #([d1)#([TAI]) #([VIAS])#( [TINA])#( [4HSL])# (& [LIVADA] ) #( [OTOLIYSH] ) #( [ANWLIS] ) #( [VSON])
([91)#([SHOLTI)#([ANSVA] ) # ([4SONI) # ( [HATONS] ) # (& [VOHAT) # ([OLId])# ([VAISIN] ) # ( [HANIOL] ) # ([SVITA])# ([VAAIIT])# ([IJWTA])
(LTIWD) #([ANLI) # ([IWAD) # ([ATID) # ([VALD) # ([ATI) #([M0a] ) # ([IAT] ) # ([dN])# ([va])# ([ATI] ) # ([DMI])

([OdD# (LMD # (LAVTD # (LTI # ([IAT) #([dLVI) # ([ONI)#([D1)# ([SAVI)# (V1) # ([TA])#([dV])

([TISATAA])#([MTYIATA] ) # ([OUMEDL] ) # ([LVATI]) # ( [HIANTAT) # ( [NSHULN] ) # ( [VIDYS] ) # ([d])# ([dA] ) # ( [AQAM] ) #( [MD] ) # ([MITI¥AD] )
(LAY # (L] ) # ([YINMD] ) # ([OM] ) # ([3E] ) # ([AVH] ) # ([4aAV] ) # ([dIS])# ([TW])# ([VAWL] ) # ( [HA] ) # ([AM])

(CTAID) #(LIWTI) #([TADII) # ([NI)# ([HOIMSVI) # ([VSdD1)# ([M1)# ([ATI])#([al)#([10¥])# ([AH])#([WOTVAI])

([OMVIND] ) # ( [NAQE] ) # ([ATAIAT) # ([OHI) # ([YNI) # ( [AIANTSIW] ) # ([A1)# ([TAI])#([H])# ([WIVTIOL] )# ([SAN])# ([NHD])

([¥1)#([AHAR] ) # ([WLTAVD] ) # ( [MDOSNTLA] ) # ( [ANDDVSL] ) # ( [NAIMATSA]) # ( [ADAADOV] ) # ( [ANSOVAL] ) # ( [YATJAWT] ) # ([INTHA] ) # ([AWAADTI] ) #([d])
(DIND) # CLAMT) # (1) # ([AQVI ) # (INSLI ) # ([>d] ) # ([NSDY] ) # ([ATTI ) # ([D])#([SI1)#([H])#([D])

(CHD#([IVD #(LAVLID # (Lv1) # ([Ad1) # (V1) # (A1) # ([TAWsN] ) # ([AT]) # ([dA1)# ([ATTA]) #([al)

([ALITD)#([IVITI) #([SL1)#([DLSI)# ([¥M1) #([ID1)#([ISHVAI) #([IDASN] ) # ([DTIAd] ) # ([VITHAY] ) # ([1vD])# ([TALIVA])
CHD#(OD#TID#(HEHD # (VI #(LIAD #([D1)# ([SN1)#([Vd])#([ag])# ([d])#([d])

([MENYDA]) # ([TAINAdD] ) # ([AATMAL] ) # ( LAWMATLA] ) # ([VLIHI) # ([HI) #([01)#([VSMLDA] ) # ( [NIDADA] ) # ([0])#([SAAVN])# ([DOITYIAL)
([AdD)#([SLYD1) # (WATII) #([OVI) # ([ASLI) #([D1) #([DL1) #([DSVI) # ([ATAT]) # ([TOIAN] ) # ([ATTVDAM] ) # ([INIAT])
([AIMATSA])#([DA=DOV])# ([ANSOVAL] ) # ( [ATAAWTI ) # ( [IMTHAT) # ( INAADTI]) #([d])#([T])#([AVAN] ) # ( [VIHONYYH] ) # ( [HMAIH] ) # ( [NALSAYN] )
([OAD#([TT# (VL) #([d1)#([S1)# ([ONI) # [TV ) # ([WMAD) # ([D1) # (D1 #([d1)#([T11)

([I1)#([dAA])# ([LUNDM]) # ([AR]) # (41D #([SVI) # ([AVI) #([])#([LVdSI) # ([AVILI) #([ILWSI)#([D1)

(M) #([AV])# (& [¥SD])# ([NSOMLDYA]) # ([DAAVHITA]) # ( [VDASHAA] ) # ( [SNVYD] ) # ( [D¥a] ) #([d])# ([SNI)#([¥])#([D])

([ # (AT # ([TIAT) # (91D # (LLsd1) # ([MI) # ([VST) # ([ATI) # ([S1)# ([1TI4])#([4])#([4IA])

([ASNVEL]) #([IATI)#([IAD)#([LSI)#([VIAIALI) #([al)#([AVI)#([D1)#([1])#(INA])#([IT]1)#([IAT])

(O #(LAAD) # (LLTAII) # (W) # ([VON] ) # ([o¥ILDSA] ) # ([ND] ) # ([AANI)# ([M])# ([AIv])#([V])#([N])

CLID# (LA #([D1) # ([HMAAT) # ([NDI) # (DS ) # ([SULDAF] ) # ([¥IaAVS] ) # ([AsSN] ) # ([A4])# ([DIM])#([M])

([OV1)#([AHTWAAI]) #([D1)# ([DAHTWAVY] ) # ( [¥H] ) # ( [¥MDASYIAd] ) #([D])# ( [DVNUSHMDAA] ) #([SD])#([Ad])#([dISYD])#([MALIT])
([HNGD) #([181)#([D1)# ([HYS])#([SNOVI)# ([WIVd])# ([I])# ([SL1)#([DVAWTI)# ([WOVO])# ([WATA]) #([1OSV])
([91)#([vD1)#([LOH])#([D41)#([d0M])#([NLS])#([AdSY])#([N]1)#([AID])#([DI)#([AT)#([DH])

([YALMDTY] ) # ([¥D1)# ([ISTLI) #([d1)#([NI)#([HDSONI) #([d]1)#([NLSI)#([DILON]I)#([JITA])# ([T TAIA])#([JINATI)

(CYADD) #([TTA])#(LLI1)#([HI)#([DWV])#([al)#([Nda])#([TWd])# ([DHLI])#([WA])# ([NUMOVD] ) # ([¥])

(D #COD# (MDD # (D1 # (D1 # (LN # ([T # (M) # ([T T1)#([TAT]) #([TIA]) #([d])

(CONISIND ) # ( [AAMVDS] ) # ( [ATAIW] ) # ( [AMHAT ) # ([VALA] ) # ([IAV]) # ([ATIWTI ) #([TANDAY] ) # ( [NVHEN] ) # ( [ADYVIWT] ) # ( [INDQA] ) # (& [M1DVE])
(LIIAMLI) #([TAD) # ([NILAVH] ) # ([DAAHII) # (2 [D1)#([D1)# ([NML] ) # ([MDAVA] ) # ([SINUD] ) # ([SHVIH] ) # ([MA])# ([HNITDOV] )
([LHAAVSNY] ) # ([4ISNL] ) # ( [LYVNMIAS] ) # ([0SUY] ) # ([IMdOAVA] ) # ([¥])# ([VIIAD) # ([WT])# ([Ad])#([AAINHVSHL] ) # ([D]1)# ([SJIHNA] )
([I1)#([OdAA]) # (LLUNDMI) # ([ART) # (Y1) # ([ISVI) # ([AVI) #([F])# ([VS])# ([VAIL])# ([ADINS])#([1D])

([M0¥EANDLYA]) # ([VISATI) # ( [MITd4A]) #( [4AANLS] ) # ( [LIYAMYS] ) # ([Dd] ) # ([AJIV])# ([ATTIMIOA] ) # ([MTD] ) # ([UMDTAILE] ) # ( [QANUNDSH] ) # (& [VSHQUND])

([AWSMTAT) # ( [ALMAT) # ( [OAANTAD ) # ( [TANWY] ) # ( [4HATD) # ([DVS] ) # ([NLIS] ) # ([LIADTW] ) # (& [VHIAM] ) # ([MSdUD] ) # ([Mu])# ([INd])
CINHD) # ([TTW]) # ([3A0d])# ([¥D])# ([INL])# ([d1)# ([NI)#([AVI)#([S1)#([LA])#([HAAR])#([3])
([aan1)#([d01)#([d1)# ([N])# ([HI)#([vSI)#([DdV])# ([L]1)#([IT])#([WAI])#([AI]1)#([D])

([NV9a])#([AZAdD]) # ([ATMAd] ) # ( LAWMTLA] ) # ([HI) # ([HI) #([01) # ([VSML1dA] ) # ([NADA] ) # ([0])# ([SAVM] ) # ([IVIA])

CLAVTI) #([OMLAV]) # ( CEMONT) # (LATI) # ([41) # ([TSIND] ) # ([Fa] ) # ([HI ) # ([I1F])# ([TIN] ) # ([¥1])# ([H])

([4T11])#([ADSY] ) # ([NSVAIAD] ) # ( [IWVOASIN] ) #([d])# ([0])# ( [ONIWAATH] ) # ([LNDDIAd] ) # ([ISANA])# ([0])#([DALSAVA])#(&[V])
(T #([LdD#([d1)#([S11)# ([L1)# ([T1)#([S1)#([91)# ([HNISVTY] ) # ([JA1) # ([TUL])# ([AIAM])

([ANAD) # (D1 #([D1)#([41)# ([SANVA]) # ( [MSAVOIHD] ) # ([AVI])# ([HN])# ([MDSTYA] ) # ( [VIDANH] ) # ([ITA]) #([dM])
([OSVI)#([ADD) #([L1)#([D1)# ([M1)#([D1)#([SY1)#([vD1)#([d1)#([DVdT1)#([9]1)#([ASTH])
CIND)#([T4])#([NHd])#([HNTI) #([VD1) # ([ATI) #([dTvA])# ([IWAT)#([a])#([NDI)#([SI)#([4¥])

CLVIIAD # (01D #([SVI) # ([AVI) # ([OHTI ) # ([d])# ([O1SVI)# ([SV1)# ([SWV])#([S1)#([1]1)#([D])

([TIFAIHAV] ) # ([WIYOA] ) # ( [HLMYOW] ) # ( [MIMISVA] ) # ( [RINMW] ) # ( LIV ) # ([JA])# ([0])# ([AANSIT])# ([HMLIAN])# ([DIDN])# ([ID])
(CHD#(SYD# (NI # ([TIAD # ([VAYD) # ([T # ([T # (LI # (01D # (LIS # ([A1) #([al)

([d1)#([S1)#([OTONI)# ([LVAN] ) # ([WMA] ) # ([91)# ([DI)# ([d1)# ([T1)# ([AY¥])#([INL])# ([AM])

([s91)#([d1)#([S31)# ([LA])#([Ad1)#([d])# ([ANA])#([HAD)#([DALYSA])# ([Td])# ([AINHD])# ([1d])

([M1)#([5dbsal)# ([LAdSHY] ) # (LLONI) # ([MI)#([4S1)# (INI)#([uMv1)# ([IVAI)#([IT])#([IM])#([JA])

(LI #(MATID) # (D] # ([ITVAI) # ([D1) # (INIDNI ) # ([TL1) # ([l ) # ([IWIDADTI ) # ([ATWY] ) # ([MTAI] ) # ([SIDV])

(LAT])# ([MQUL]) # ([DHUDMAVE] ) # ([T1)# ([SNA])# ([¥])# ([VINSI) # (N1 #([AI]) #([D1)#([ATI])#([WIIAd])

([d1)#([AA])# ([AAT)#([aD])# ([4IX]) # ([VIAD # ([T # ([0 # ([ALD) # ([T #([SI1)#([VA])

(LLIAD#([dSD#([TYAD #([TID # ([ST# (INI)# ([IAT) #([al)# ([11)#([ad])# ([1])#([¥H])

CLAMD) #([D1)# (LAVI) # ([NSLI) # ( [341) # ([NDY1 ) # ([IATI)#([D1)# ([11)# ([H])#([01)#([S])

CLARD #COD) # (MDD # ([AVI) # (2 [D1) #([Sbya] ) # ([AYTE] ) # ([¥aa] ) # ([NUD] ) # ([al)#([d])#([N])

(LVIAD)#([AMD) #([ASY1)#([DTISYLI)#([D1)#([M1)#([D1)#([VANAN] ) #([dIAVI) # ([IAMNSI) # ([IAI) #([S1TTI)

L00T1s4d
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([DOYYYISHA] )# ([UNTAQ] ) # ([QITINSY] ) # ( [MIADTSAAT) # ( [ATdSD] ) # ( [AISHITNAD] ) # ( [ADNATA] ) # ( [MIHDMWAT] ) # ( [VITIAdI] ) # ( [TSATAAA] ) # ( [UAYHIDAL] ) # ( [1LADAYY] )

([b¥ESTd] ) # ([40dLaT] ) # ([AHITINDAD] ) # ([DAVANT ) # (& [NLADTIH] ) # ( [VAASOWA] ) # ( [DDAALA] ) # ( [SHOVAAN] ) # ( [HAAQLIA] ) # ( [UINATA] ) # ( [TOIATYN] ) # (& [AAVIET])

(LVAALDEIT] ) # ([ONIVWIAMMY] ) # ( [DIDAAIVHY] ) # ( [IIANVYAMH] ) # ( [MQUXVATILIN] ) # ( [WNA¥OVE] ) # ( [HYASAAOV] ) # ([JAATOI]) # ([YIDALTHMA]) # ([0DAJAVN] ) # ( [A¥AIADYDSH] ) # (& [ASdL])
([1¥d1)# ([HSANI ) #([ALSD])# (VD] )# ([AQTW] ) # ([MTON] ) # ( [TADH] ) # (& [NZ])# ([INI])#( [WAA] ) # ([WNIS])#([AADY])

(& [dAF])#([as¥y])# ([MDAM] ) #([TS¥QA] ) # ([DONTA])#([TAVT])# ([AVHE] ) # ([Lau¥])# ([IVI])# ([DJALI) #([VIALI)#([M¥aa])

(& [TOSEAND ) # ( [MADYA] ) # ([SAMHD] ) # ( [AMNITI ) # ( [TIAT) # ( [FATLIM] ) # ( [IAMWT] ) # ( [TAVION] ) #([bdad] )# ([D])# ([d¥vyTIaN] ) # ([VIMHAL])

([AQYE] ) # ([Nd¥D] ) # ([AHdM] ) # ([Q¥d] ) # ([VIAd] ) # ([SUMIT) # ( [MAAT) # ( [DUNL] ) #( [VAM] ) # ( [TAN] ) # ( [INME] ) # ( [bay] )

([LOVEAITO] ) # ([AVYTdIAM] ) # ( [AWDHATMIYT] ) # ( [AZTAM] ) # ( [AYMSHAN] ) # ([AIQVIYHOON] ) # ([FHINTYIA] ) # ([STATOHIONAL] ) # ([ANIJATYINV] ) # (& [AAADWLASYTI]) # ( [MANYDITTOAN] ) # (& [TADAIWL] )
(& [DNH])# ([AMHNSLOD] ) # ( [MTAHNAWI] ) # ( [VNIDAYOWTI ) # ( [ADTHANY] ) # ([IT])# ([IMAJAQ] ) # ([ASHUVIND ) # ([TIA])#([ISAAN])#([STINL])#([1as])

([ONTVEAYHY] ) # ([AAMVIL]) # ([ALTAOWTH] ) # ( [ATVERDIANT] ) # ( [DASYTING] ) # ( [INGHUWT] ) # ( [TALTMVIW] ) # ( [DNTMIZAL] ) # ([MVSDAQUN] ) # ( [RIDITATI) # ([ALIT]) # ( [QAIDINAIDV])
([MAINGOH] ) # ([YANDYATT] ) # ([IATI ) # ( [FAWINTAT ) # ( [NOLSUMAD] ) # ( [TAAVEN] ) # ( [DATT] ) # ( [11aboxy] ) # ( [ALADSYNA] ) # ( [TTUYA] ) # (& [N])#([IISH])
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([S1FdDAN] ) # ([VEONYE] ) # ([LAADA]) # ([ASOHLVME] ) # ( [LYAN] ) # ( [TASYYDL] ) # ( [ANAJAMWI] ) # ([NLIDT]) # ([QVMSAL])# ([ANSADY])# ([SNQ¥dD])# (& [NIATI)

([LSYVDTA] ) # ([TYLISH] ) # ([AYTADLI ) # ([TANAIA] ) # ([ATAAYN] ) # ([ALDVI) # ([SHVI)# ([AdSLYD] ) # ([AVud])#([19])# (s [bS])#([NDSANY])

([AITIAYOISINT ) # ( [dTIQANY] ) # ( [SONTOAY] ) # ( [ANYLSAWHT] ) # ( [ADWLSAMYINY] ) # ( [AAIIAONISY] ) # ( [HATIMYAWTA] ) # ( [TIDHMJAVINA] ) # ( [1AASAY] ) # ([DHNATOVASA] ) # ( [NWOAHIMA] ) # (& [TIMHODHAAQE])
(IWTAJAT]) # ( [NATWAIIN] ) # ( [ASLAND] ) # ( [ADLATSINA] ) # ( [AADINYUHD] ) # ( [HLAQ] ) # ( [DAMYWINAYOT] ) # ( [ATMOALN] ) # ([ATSWYDLY] ) # ( [WIAVAAS] ) # ( [NUTWAMLAQ] ) # (& [UNFAT)
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([NITAIY] ) # ([AWATTA]) # ( (AL THYADMY] ) # ( [ALOSOAIVHA] ) # ( [dAATDHAMY] ) # ( [AWIINTYLIV]) # ( [YNDADTSEVW] ) # ([THSINVA¥DA] ) # ( [AYNJYITXOAD ) # ( [HIQIAVMA] ) # ([ANJAY] ) # (2 [dIDADAVISH] )
([arsbaoN] ) # ([TYWdIAATD)#([SNI¥YQA] ) # ([SHTILIN] ) # ( [AAOWLONDAYS] ) # ([SYDTYAATO] ) # ( [HSALNDYT] ) # ( [VONISHUA] ) # ( [VHOWADUN] ) # ( [NTAYSAND] ) # ( [ASHOANTWY] ) # (& [aHDS])

(& [ND)#([YMND])# ([TYAIL] ) # ( [SIOHTIMNY] ) # ( [AASHLID] ) # ( [ASODTWAA] ) # ( [LVAId] ) # ( [INSDAV] ) # ( [AQTINSWT] ) # ( [NSAIOTD] ) # ( [ANTIDY] ) # ( [MVAALTISN] )

([HAAYND] ) # ( [dIVANLTSIN] ) # ( [AMINTW] ) # ( [ADIAVM] ) # (& [V]) # ([SAAOVAN] ) # ( [LASWATTAAA] ) # ([ITT] ) # ( [ALANSAVH] ) # ( [ANIDOSYAH] ) # ([ATdY] ) # ([ALYSITID] )

([SARTADY] ) #( LLNSADV]) #([1adDD])# ([DdAAWADS] ) # ([SDAMNYIATA] ) # ([VIIATLS] ) # ([SNTWINAAL) # ([AIdVOMIAT] ) # ( [NSOHAV]) # ([AALATSAD] ) # ([SHANA]) # (¢ [bDAVA])

(& [2DDAGHNYAL] ) # ([NIDDSHA] ) # ( [NISALYQY] ) # ( [ACISNOYLYH] ) # ([dAYDSTINGA] ) # ( [DETAT] ) # ([ATHIUM] ) # ([SVTIOAAI])# ([ADSIHTI) #([ASILOATH] ) # ( [ATOUALIAN] ) # ( [LAJDDYTASAENN] )
([4VAIDTI)# ([YIAD)# ([ TIW])#([WIAT])#([ALSY])#([INIOVYST)#([dV])# ([ILAIMDTY])# ([NIVILS])# ([MIDTYAN] )# ( [AZdSADANLTY] ) # (2 [TALNASON])

(& [DUdAMATANLS] ) # ( [MHYDSANG] ) # ( [MALSAITI ) # ( [ANIT]) # ( [AWTVHLAIHDAT ) # ( [MWATATA] ) # ( [VOALTOIHNYA] ) # ( [dDIVAH] ) # ( [NUSDA] ) # ( [HAYDANO] ) # ( [MHOADINY] ) # ([TAWAT])

(& [NIdYADD] ) # ( [ANDTWADNM] ) # ( [4DDEINA] ) # ( [ANMYVA] ) # ( [ASNAMAT] ) # ( [MAA] ) # ( [DAVNSHL] ) # ( [dSauby] ) # ([ATTAW] ) # ( [INIVH] ) # ([DIavyy] ) # ([WIN¥YQd])

([AMDALATA] ) #([DMVLIId] ) # ([WAANVTAS] ) # ( [VHLADNAI] ) # ([MId3ALTO] ) # ([SATVDAA] ) # ( [VAWLAADADN] ) # ([DISHOTYNA] ) # ([ANSTTYDIN] ) # ( [MSIIOHAT] ) # ([IVYTIOALA]) # ([ANSAIVHT])

(¢ [1aF])#([NIVA])#([100A] ) # ([AdTA])#([dT¥])# ([INL])#([STAL])#([T¥SA])# ([QTdNI)# ([SNVYI)#([dADI)#([A4])

([VAHAAT] ) # ([VaEdA] ) # ([LYIAMA] ) # ([MAI])# ([WASH] ) # ( [HADAWY] ) # ([IVALD] ) # ([WOJIAQ] ) #( [AdASY] ) # ( [ASDHEA] ) # ([XAIVAA])# (s [TAIA])

(& [NES])# ([DMSND ) # ([DTYA] ) # ([VING] ) # ( [AANVI])# ([HAQV]I)#([DIT])# ([MAVH])# ([NI])#([VII])#([WILTD])#([IAVN])

([01)#([AAYASHT] ) #( [AAVS]) # ([ATVd] ) # ( [MUNHSAA] ) # ( [AVAMAI] ) # ( [IMIAIA] ) # ( [AVAISAA] ) # ( [ADHINL] ) # ( [AMHIAdDA] ) # ([3Da] ) # (& [HAd])

(& [IDTAD) # ([WDTAAD ) # ( [INTMAES] ) # ([VATATI ) # ([MDIOVEA] ) # ([ADSIDIN] ) # ([HSTI)# ( [NIDMS] ) # ( [AQYHONVA]) # ([NMODASA] ) # ( [4AQAX] ) # ([¥IVTLONM])

([SANTHAD ) # ( [MQAWYYNTID] ) # ( [ATLOANES] ) # ( [AIYIAAT] ) # ( [ANYDHIAA] ) # ([DSYANNA] ) # ([dTVLSAA] ) # ( [WHTIINIATY] ) # ([ANTATALAS] ) # ([VOINAAATI] ) #( [DIMALHAYH] ) # (& [dONYAADLS])
(& [A3dS¥] ) # ([IDTLY]) # ( [SWIMVTI) # ([ASIMD] ) # ( [HaMDSD] ) # ( [T4T])# ([HAVT] ) # ( [AINVH] ) # ( [DOAAATY] ) # ([AT])# ([DYHSA] ) # ([MSNdY])

COTINND ) # ( [YWAT ) # ( [YANH] ) # ( [AT]) # ( [AQAT ) # ( [ANV] ) # ( [VIAT] ) #([SaN] ) # ([anL])#([ASal)#([byD])# (& [aT])
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(& [NES])# ([OMSN] ) #([DTYA] ) # ([VING] ) #([AINVI])#([HAQV])#([DITI)#([MAVHI)# ([NI])#([VII])#([WILTD] ) #([INVN])

([01)#([AQYASHTI ) #([2aVS])# ([ATVd] ) # ( [MUNHSAH] ) # ([AVAMAI] ) # ([IMIAFA] ) # ([AVAISAA])#([ADHINL] )# ( [AMHIAdDA])# ([IDA])# (& [HAD])

(& [LOTAD) # ( [WOTAAT ) # ( INTMAAS] ) # ( [VATATI ) # ( [MDIDVYA] ) # ( [ADSADIN] ) # ( [HST] ) # ( [NIDNS] ) # ( [AQUHDNYA] ) # ( [NYODASA] ) # ( [UAAAK] ) # ( [¥IVILON] )

([SAYTWAD ) # ( [MAAWYENTIO] ) # ( [ATLOAMES] ) # ( [AAYIAATA] ) # ( [ANMDHIAAT ) # ( [DASVANMA] ) # ( [dTVLSAA] ) # ( [NHTINIATY] ) # ( [ANTITALAS] ) # ( [VDINAIATI] ) # ( [DIMALAQYN] ) # (& [dONYAADLS] )
([ALAW])#([STLA])# (< [99¥D] ) # ([NALSH]) # ([OVD] ) # ([UdDSAND ) # ([AAI])# ([YIMLYN] ) # ( [MAZSY]) # ([ATHTI) #([MAIA])#(&[SAD])

CLTNND ) # ([YWET ) # ([YANH] ) # ([4T1)# ([AQA]) # ([ANVI)# ([VIAI])# ([SAND)#([ANL])#([ASA])#([DMD])# (< [AT])

(& [NM1)#([¥MISdD] ) # ([ASTINAL) #([TOIDNSY] ) # ([AVALS] ) # ( [4AAYDTI) # ([¥MATLIAI] ) # ([ILADAS]) # ([DIDAT] ) # ([VAAITHA] ) # ([4dIVDI)# ([1TOWA])

(& [ALHJMV] ) # ( [TIAAHAY] ) # ( [NIYOA] ) # ( [HLMYUDW] ) # ( [MIMISVA] ) # ( [HAINMA] ) # ( [1UT] ) # ([JA] ) #([D])# ([AANSIT])# ( [HALAN] )# ([DELN])

([AISTIOAY] ) # ( [NDMHAIA] ) # ( [ANDSAAVA] ) # ( [AANLIAST] ) # ( [DSTIAAY] ) # ( [VANIADAN] ) # ( [VNIWIDADC] ) # ( [VENDOAAS] ) # ( [NHTAYOHE] ) # ( [ADLASYT] ) # ( [IANYAT] ) # ( [QAONATYD])

([IAVYTI) # ([ATTI)#([DAAV])# ([abMEY¥] ) # ([DAAIL]) # ([VOIND])#([VALD])# ([ITHYD] ) # ([TAHD] ) #([9%da] ) # ([bA¥DTI) # (& [HDIAD)

([ADMLIYT] ) # ([4VAMHSLID] ) # ([SAVAdD] ) #([IDdVATS]) # ([TUdALAAZA] ) # ( LLAHATITI) #([AFYAdS] ) # ( [NSAMTAV]) # ([IdAVO])# ([4VAANSd] ) # ([AVIYT]) # ( [AANVIWLS])

([@1Sd¥])# ([ILAYSA] ) # ([SYYLADE] ) # ([AMVADN] ) # ([DVTUA] ) # ([AAIHTIS])#( [HAAADYL] ) # ([HOMNS])# ([DNYASK] ) # ([AISUD] ) # ([AL¥DAV] ) # (& [ASHAH])
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APPENDIX B

CONSTRAINTS USED WITH RE-MuSiC

For conducting the benchmarking studies, CSA-X and RE-MuSIC are provided with similar constraints.
As the format of specifying constraints in those programs are different, equivalent constraint sets are derived
for them using a Perl script. The list of constraints used with RE-MuSiC are as follows:
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[4A] - [19] - [d9S] - [¥MSN] - [0] - [A¥S] - [A] - [AA¥L] - [IA] - [4A] - [418] - [D] ozozTad
[H]-[9]-[I]-[H]-[T]-[IA]-[2]-[SN]-[d]-[d]-[d]-[d] 61o0CTdd
[@1-[IT]1-[41-[0]1-[sv1-[v]1-[T]1-[41-[Dp]1-[T1-[D]1-[D] 810Z14dd

[d]- [WLTA] - [3dA] - [A4M] - [H] - [SHAA] - [WT] - [NL] - [TOOA] - [TAIAA] - [4d] - [MA2D] Lrozrad
[IAT]-[IA]-[1S]-[¥al]l-[al-[Av]-[D]-[1]1-[a]-[AT]-[T]-[VA] gtoztdd

[9] - [MAIVA] - [¥1DALS] - [ATHEYI] - [LONMATO] - [AIATTOV] - [ITA] - [HYD] - [ATVOINE] - [ALA] - [TAM] - [D] g1o0CTad

4] - LLOYAWY] - [4] - [YHY] - [N] - [ISD] - [AAd] - [M] - [LNIA] - [¥3D] - [AI]-[ADY] procTad

[4W] - [M] - [ADDSV] - [@d] - [LAN] - [SM] - [LAD] - [DH] - [dA] - [IN]-[M]-[ISA] e€rozrad
[L1-[4IA]-[D]1-[HI-[S1]1-[ATI]-[d]-[H]-[DV]-[LVA]-[IA]-[d] zroztad

[9]- [¥¥AVAL] - [1AON] - [A]- [ALAM] - [ISHANDYY] - [ILA] - [SOV] - [HA] - [NVALA] - [ISL]-[A] 1102144

[uby] - [TTW] - [9] - [9F] - [A4] - [VOAT] - [¥DSb] - [1OT] - [DS] - [A] - [NH] - [AT] otoztad

[11-[14]-[9]- [H14] - [D]- [0SY] - [SHOVA] - [4DINS] - [SAN] - [4] - [DIM] - [¥] 6002149

[NQ]-[S1]-[9]-[ASV]-[VaboN] - [vHd] - [3]-[S1]- [AIVAWT] - [WIOVD] - [INAATA] - [OSV] 800z1dd
[91-[NdATI-[98]-[N]-[D]-[W]-[¥]-[H]-[ADSWY]-[A]-[3]-[D] Looztgd

[d]-[MWd] - [93a] - [OWY]-[9]-[d]-[d]-[1¥]-[A]-[VS]-[ITA]-[WT] 900z14d

[44] - [4ab] - [AWAT] - [HA] - [Ad] - [SV¥] - [H] - [3] - [AM] - [IVAIW] - [@] - [ANIT] go0zT4d

[aso]-[SVML]-(T°0) [4a]-[ND]-[1]-[V]-[SM]-[SHITA]-[d]-[d]-[A]-[AV] y00zTdd

[IMVA] - [SANH] - [NYIQ] - [2d] - [AVT] - [AQDVN] - [IDANA] - [D] - [MA] - [D] - [MDSV] - [SAIWIN] €00z1dd

[d]- [WA] - [T1] - [D] - [ADY] - [¥Md] - [HND] - [WT] - [HOATIV] - [DIAL] - [D] - [AWT] zooztad
[901-[9]-[d]-[5]-[5]-[DIN]-[LAT]-[M]-[WYTII]-[TVAI]I-[ATI-[d] T00zT4d

[WIAI] - [VT]- [ATId] - [N] - [MISVA] - [SVd] - (4] - [1I]-[a]- [1¥] - [HA] - [VIA] 8€0TTdd

[4TW] - [MAY] - [@F] - [TLAS] - [TSAOW] - [4A] - [DIVA] - [DAVSL] - [OM] - [AM] - [AT] - [T¥] Leotrad

(1°0) [b¥xv] - [Dav]- [DTALV] - [Tv] - [@Z¥] - [MTVS] - [ITV] - [V] - [WSDOT] - [2ALS] - [TIA] - [AVD] 9e011dd

[Z1SY] - [W¥S] - [TAW] - [MA] - [Va] - [AV] - [AT] - [ANV] - [3¥)] - [V¥IT] - [bad] - [DOVE] geor14d
[VIIA]-[a]-[D]-[VIIA]- [TAV]- [HMIA] - [AT]- [ANHD] - (T €0) [d¥]- [THSOEA] - [ATYLSN] - [NSVL] peoTTad

[ALD] - [ALOM] - [AdLS] - [AL¥Y] - [AASOM] - [ATIAA] - [ANAQIA] - [4ATA] - [WATALT] - [STIDUOA] - [ALSATHA] - (T 0) [LWAMD] €e011dd
[Ad]-[dSOVL]- [AITI]-[VD]-[ALI]-[D]-[1D]-[SOV]-[ITA]-[IWT]-[TADMI]-[WATIA] zeottdd

[IVAIT] - [¥]- [JIAV] - [VHALII] - [ANY] - [INAVAT] - [@D] - [VIXTISHMW] - (T 0) [@] - [MQaNSON] - [4ISHVD] - [TIXV] 1€07749
[dMYDOMWTYAS] - [ADTLDAST] - [AVISD] - [DIAY] - [NAADASN] - [OHSN] - [ATITA] - [IAT] - [LSTIVAD] - [A1A] - [VdUTIOA] - [VIDLIMDYES] ogotTad
[1AT]-[MA]-[@vi]- [AVI]-[AT]-[VNQ]- [IMYN] - [VI¥] - [ba]- [DV¥¥] - [Vad] - [1SH] 6201149

[DaV¥ON] - [ATIYSAN] - [IDVA] - [OVISTHAN] - [ADT] - [MATSALN] - [4A] - [4STALIN] - [HA¥D] - [ADMLYAS] - [NVA] - [DSAV] 8z0TTdd
[148D] - (4] - [D] - [UALV] - [V4D] - [AAHSd] - [TAVdD] - [D] - [ATZSTT] - [WITA] - [Ad] - [TWI] Lzot1dd

[Nazy¥d] - [DITAN] - [NEDDYA] - (T °0) [T0] - [NOVI] - [Qy¥Esy] - [LTIUWY] - [TV T3] - [¥OA] - [ZaN] - [TAHA] - [ATI] 9zotTdd
(1°0) [D]1-[¥¥] - [WID] - [SANI] - [AUTA] - [LMYE] - [AAT] - [¥=S] - [ 0] - [AT] - [MIN] - [ASaN] gzottad

[4] - [4AH] - [VWAD] - [dNS] - [VD] - [ANMA] - [9ADA] - [ANV] - [ATW] - [MT4] - [IDT] - [d] yzoT1dd

[IIIA] - [A]- [IMVAN] - [IHAQ] - [9]- (T “0) [d]- [AML]- [¥abd] - [¥0] - [LEVN] - [AM] - [ANVOH] €zorrad

[4v0N] - [34D] - [9SV] - [IAT] - [WNYE] - [MLSY] - [N'TD] - [dLSN] - [AT] - [319]1 - (T °0) [4T]- [31D] zzottad

[avdD] - [@OVT] - [DYWA] - [dD] - [NINV] - [ATA] - [TLd] - [AFH] - [MIA] - [N]-[H]-[0Dd] 1207144

[0AAAVT] - [@] - [IAV] - [WAIT] - [SDL] - [TAIAN] - [ANDWYS] - [AADN] - [1D] - [ADVDOA] - [TAIA] - [AMA] 0zoTTad
[A]-[AYLIA] - [dD] - [TTLSYA] - [AAIDY] - [DQA] - (T 0) [IWLNH] - [5]-[AdDIVT] - [¥OdAI] - [ASYTIAW] - [DVDIN] 610TTdd
[H] - [HOSAN] - [TAAId] - [dIAY] - [TMVAA] - [@] - [ADOWTAI] - [TAAWI] - [VITA] - [SNOUAM] - [XTAWI] - [ADON] 81071dd

[DYUN] - [30] - [1]- [I0A] - [MX¥] - [A4] - [¥]-[STv]-[VAl-[3]-[SLV]-[AL] 10114949

[VIA] - [@]- [9] - [VIAI] - [TAV] - [HAAM] - [IA] - [DAN] - [S¥dH] - [TYDHIAKW] - [AVLIIS] - [NDSL] 9rorTad

[17]- [A¥D] - [VIA]- [INIW] - [IA]- [NQ@]- [VA]-[d]-[N]-[DSI]-[IA]-[IA] S10774d

[AT]- [DAVAN] - [Wd] - [VH] - [D1¥)D] - [NOAT] - [1] - [AVHI] - [4NS] - [d] - [IAT] - [Qd] pT0TTad

[D08¥d] - [17] - [AVYVAT] - [NVHM] - [MASDY] - [TWI] - [S3] - [4DHOV] - [DTYM] - [SH] - [WASN] - (T “0) [d] €r10114d

[@ad] - [4] - [Md] - [NL] - [ALY] - [M] - [S¥D] - [¥D] - [MN] - [Vd] - [HMA] - [VIT] zrot1dd

[NDS] - [A¥ONS] - [WAA] - [ATT] - [SdDV] - [4SD] - [D] - [¥XSD] - [ANW] - [5] - [4¥dd] - [DDAT] 1107184

[say] - [V1ba] - [AT] - [IT] - [NTvY] - [V1]- [TIA] - [IAT]- [2]- [SOV]-[a]- [NSD] ororTad

[MYHY] - [0]-[1S]-[D1S]-[0]-[LAYS]-[09]-[ASY]- [M¥]-(T‘0) [41-[D]-[avs] 6001149

[SNY1-[SY¥L]-[30S] - [SV]-[43a]-[¥]-[TIA]-[IT]-[4]-[1L]-[D]-[dd] 800T1dd

[HADE] - [AWHYT] - [IT8%] - [DLV] - [I4T] - [Q¥DOdH] - [SYAUD] - [9] - [dATWT] - [D] - [¥V'TIW] - [¥H] Loottdd

[NVDS] - [INAIT] - [dMA] - [d]- [TAI]- [VIAS] - [TINA] - [HSL] - (T ‘0) [LIVADA] - [DTOLVSH] - [dNWLS] - [VSON] 9007749
[9]-[$901T1] - [ANSYd] - [USON] - [HATONS] - (T €0) [VOHA] - [DLId] - [VAdSIN] - [HANADL] - [SYITA] - [VAAIAT] - [TAWTA] goottad
[TIN] - [dNL] - [IWA] - [AI] - [VA4] - [AT] - [¥DA] - [IAT] - [dN] - [VE] - [ATH] - [DMI] 007149

[9d1-[4u] - [AVT]-[TI]-[IA]-[dL¥]-[ON]-[D]-[SAV]I-[MV¥]-[TA]-[dV] €0011dd

[ISAIAA] - [MIYIATd] - [(DUMIDL] - [LYATI] - [HIANTA] - [NSHIN] - [VEDUS] - [d] - [4A] - [AQAM] - [%D] - [MLTIHAD] zoot1dd
[Ad] - [d¥] - [VWMD] - [b)] - [M3] - [A¥A] - [¥43V] - [d1S] - [TW] - [VAWL] - [HM] - [AM] TootTdd
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[HADE] - [IWHYT] - [IT4N] - [DL1V] - [14T] - [A¥DDdH] - [SYIUD] - [D] - [dATWT] - [D] - [4VT4W] - [¥H]

[NVDS] - [INATT] - [AMA] - [d] - [TAI] - [VIAS] - [TIWA] - [4HSL] - (T 0) [LIVADA] - [DTOLYSH] - [dNWLS] - [VSON]
[9]-[$D01T] - [ANSVd] - [4SON] - [HATONS] - (T 0) [VOHA] - [DLId] - [VAASLIN] - [HANEDL] - [SYITA] - [VAALAT] - [TAWTA]
[TIW] - [dNL] - [IWA] - [AI]-[VA4] - [AT]- [M0a] - [IAT] - [dN] - [vE] - [ATd] - [DMI]

[9d] - (¥4 - [AVT] - [TI]-[IA]-[dLV]-[ON]-[9]-[SAV]-[Mv]-[TA]l-[dV]

[ISATAA] - [MIUIATd] - [DUMEDL] - [LVATI] - [HIANTA] - [NSUIN] - [¥ADYUS] - [d] - [AA] - [AQAM] - [3D] - DILTI¥AD]
[Ad4] - [d¥] - [VWMD] - [OX] - [Md] - [A¥N] - [4AY] - [dLS] - [TW] - [VAWL] - [HM] - [AM]

[TAI]-[IWT]-[TADI] - [N] - [HOEMSY] - [VSdD] - [M] - [ATI]- [@] - [10¥] - [AH] - [WOTVAI]

[DAVIND] - [NAQH] - [ATAIA] - [DH] - [¥N] - [@IANTSIN] - [A] - [TAI] - [H] - [HIVIOL] - [SAN] - [NHD]

[4] - [AH4A] - [WLTAVO] - [MDOSNTLA] - [ANDDVSL] - [NAIMATSA] - [ADAIDOV] - [ANSOVAL] - [HATIAWT] - [INTHA] - [AWAADTI] - [d]
[N] - [AM] - [D] - [AQV] - [NSL] - [¥4] - [NSDY] - [AIT] - [D]-[SL]-[H]-[D]
[H]-[1V¥]-[AVL]-[VD]-[Ad]-[V¥]-[Q]-[IAQWSN]-[AI]-[dA]-[AITA]I-[d]
[ALIT]-[IVIT]-[S1]-[D1S]-[¥¥]-[ID]-[ISHVA]-[IDASN] - [DTIAd] - [VITHAY] - [LVD] - [TALIVA]
[HI-[91-[T1]1-[H]-[VT]-[IA]-[D]-[SN]-[Vd]-[ad]-[d]-[d]

[MANYDA] - [TAINAdD] - [A4TMAd] - [AWNTLA] - [VIH] - [H] - [D] - [¥SL1dA] - [NIDHADA] - [D] - [SAAYH] - [DVATYIA]
[Ad]-[S1¥D] - [WATI]-[OV]-[ASL]-[D]-[DL]-[DSV]-[AIAT] - [TOIAW] - [AITVDAM] - [IWAAT]

[AIMATSA] - [DATDOV] - [ANSOVAL] - [ATAAWT] - [INTHA] - [WAADTI] - [d] - [T] - [AVAN] - [V IHONMYE] - [HMAAH] - [NALSAV]
[04]1-[IT]-[VL]-[d]-[S]1-[ON]-[T¥¥]- [WMa]-[D]-[0]-[d]-[T]

[1]-[dAd] - [1¥NDY] - [JA] - [¥] - [SV]- [AV] - [2]- [1VdS]- [AVIL]-[INS]-[D]

[M]-[dV¥]-(7°0) [VSD] - [NSOALOYUA] - [DVAVHITA] - [YDASHAQ] - [SNY¥D] - [5¥a] - [d] - [SN] - [¥]-[0]

[d]- [AdT]- [TIA] - [4] - [1Sd] - [M]-[¥S]-[AI]-[S]-[L1I4]-[¥]-[d14]

[MSNVAL] - [IAT] - [IA]-[LS]- [VIAIQL]-[a]-[AV]-[9]-[L]-[NA]-[IT]-[IAT]

[9]-[4X]- [LTAI] - [W] - [VOX] - [D¥ALOSA] - [ND] - [AQNI] - [M]- [AdV]-[V]-[N]

[11-[4]-[D]-[HAL] - [ND] - [BSH] - [SHLDAF] - [(¥1aVS] - [ASN] - [A4] - [DLM] - [31]

[9V] - [AHTWdI] - [0] - [DAHTHAYY] - [¥H] - [UMDASYIAd] - [D] - [DYNUSHMOAA] - [$D] - [Ad] - [dLSYD] - [ALIT]

[HNQ] - [1S] - [9]- [HVS] - [SNDV] - [WIVd] - [2] - [SL] - [DVAWT] - [WOVD] - [WATA] - [LOSY]

[91-[vb] - [LbH] - [D4] - [dOX] - [NLS] - [AdSY]-[N]-[AID]-[D]-[A]-[0H]

[YAIMDTY] - [VD] - [ISTL] - [d] - [N] - [HOSON] - [d] - [NLS]-[9ILON] - [4I7TA] - [ITAdA] - [AIWAT]
[VAD]-[1I4]-[11]-[H]-[OWV]-[al-[Nda]- [TWd] - [BHL] - [WA] - [N¥OVD] - [¥]
[0]-[D]-[d]-[D]-[D]-[IN]-[T]-[M]-[IT]-[TAI]-[TIA]-[d]

[ONESIN] - [AANYDS] - [ATATIW] - [AMHA] - [VELA] - [IAV] - [ATWT] - [TANDAV] - [NVHIN] - [ADYYIWT] - [MNDAA] - (T €0) [M1bVA]
[YIAML] - [TA] - [NZIAVH] - [DAAHI] - (T °0) [D]-[D]- [N)L] - [MDAyAE] - [SEMUD] - [SHV.LA] - [M4] - [HNITODV]
[LHIAVSNM] - [4ESNL] - [LYYNMIAS] - [OSHV] - [AMdDAVA] - (4] - [VIIA] - W] - [Ad] - [AAINHVSML] - [D] - [SIFHNA]
[I1-[0dAd] - [LUNDM] - [4A]- [¥]-[1SV]-[AV]-[I]-[VS]-[VAIL]-[ADIWS]-[1D]

[MDYANDIVA] - [VISAT] - [MITdJA] - [HAANLIS] - [IFTUAMYS] - [Dd] - [AIIV] - [ATTAMADA] - [¥T1D] - (UMD TAILA] - [QANYMOSH] - (T 0) [VSMHAUND]
[AWSHTA] - [AIMA] - [DAANTA] - [TANWY] - [AHA] - [O¥S] - [NLAS] - [LIAJTW] - (T *0) [V4IdN] - [ISdun] - [34] - [I3d]
[NH] - [ITTW] - [3A4ad] - [¥9] - [NL] - [d] - [N]-[AV]-[S]1-[1A]-[HAA]-[3]

[@dD] - [dd]-[d]-[N]-[H]-[VS]-[DdV¥]-[L]-[IT]-[WAI]-[AI]-[D]

[NVDA] - [AFAdD] - [4TMAd] - [ARNTLA] - [H] - [H] - [0] - [VS11DA] - [NADA] - [D] - [SAVH] - [AVIA]

[AVT] - [¥M1aV] - [¥MON] - [AT] - [4] - [ISIND] - [2a] - [H] - [I13] - [1a¥] - [¥¥] - [H]

[4T1] - [ADSY] - [NSYAFAD] - [INYDASLIN] - [d] - [D] - [ONIWAATA] - [LNODEA] - [ISAME] - [0] - [DFALSAVAI-(T“0) [V]
[0T1-[1d]-[d]-[S1]-[1]-[T1-[S]-[D]- [HNISVTYd] - [dA]-[THL]- [AdAM]

[aNa] - [9] - [©] - [4] - [SANVA] - [MSAVDIHD] - [AVI] - [HN] - [MDSTYQA] - [VIDENH] - [ITA] - [dM]

[0sV]-[AD] - [1]-[D]-[A]-[D]-[SV]-[¥VD]-[d]-[DVdT]-[D] - [ASTH]

[N] - [14]- [NHd] - [HNT] - [VD] - [AT]- [dTVd] - [INA] - [@]- [ND]-[S]-[4¥]
[VIIA]-[D]-[SV]-[AV]-[DHT]-[d]-[D1SV]-[SV]-[SWY]-[S]-[1]-[D]

[TIAIHAV] - [WIYDA] - [(HLMYOW] - [MLYISVA] - [YAINMW] - [14TH] - [4A] - [0] - [AANSIT] - [HMLAN] - [DIDN] - [F0D]
[H]-[SV]-[WT]- [TIA]-[VAY¥]-[WI]-[2]-[1]-[b]-[L1s]-[A]-[a]

[d]-[S1-[0ToN] - [LVAM] - [WMA] - [9] - [D] - [d] - ['T] - [AY] - [NL] - [AM]

[S9]-[d]-[S3]-[1A]-[A4]-[d]- [ANA] - [HA] - [DALYSA] - ['1d] - [Ad¥D] - [1d]

[M]-[9dbsSal - [12dSHY] - [LON] - [M] - [4S]-[N]-[¥¥]-[IVA]-[IT]-[IM]-[4A]
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APPENDIX C

Q SCORE AND TC SCORE FOR THE WORKING DATABASE

This study presents a benchmarking analysis on the programs: CSA-X (CSA-PC and CSA-TCOF), RE-
MuSiC, T-Coffee, and ProbCons in terms of Q score and TC score. The complete list of scores for each
individual datasets in the working database is as follows:
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