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Preface

It is difficult to recall that only in 1953 was the famous double helical structure
of DNA determined. Since then a stupendous series of discoveries have been
made. The unraveling of the genetic code was only the beginning. Learning the
details of genes and their discontinuous nature in eukaryotic genomes like ours
has led to the ability to study and manipulate the material of that abstract concept
of Mendel’s, the gene itself. Learning to read the genetic material more and more
rapidly has enabled us to attempt to decode entire genomes. As we approach the
next century we also approach an incredible era of biology.

The rate of innovation in molecular biology is breathtaking. The experimen-
tal techniques that must be painstakingly mastered for the Ph.D. theses of one
generation are usually routine by the time those students have students. The
accumulation of data has necessitated international databases for nucleic acids,
for proteins, and for individual organisms and even chromosomes. The crudest
measure of progress, the size of nucleic acid databases, has an exponential growth
rate. Consequently, a new subject or, if that is too grand, a new area of expertise
is being created, combining the biological and information sciences. Finding
relevant facts and hypotheses in huge databases is becoming essential to biology.
This book is about the mathematical structure of biological data, especially those
from sequences and chromosomes.

Titles in mathematics tend to be very brief, to the point of being cryptic. Titles
in biology are often much longer and more informative, corresponding to the brief
abstract that a mathematician might give. Correspondingly, a biologist’s abstract
might have the length and detail of a mathematician’s introduction. Engaged in an
effort to bridge the gulf between these until recently almost isolated cultures, my
title reflects these conflicting traditions. “Introduction to Computational Biology”
is the short title that might preface many disparate volumes. The remainder of the
title “Maps, Sequences and Genomes” is to let the reader know that this is a book
about applications in molecular biology. Even that is too short: “Introduction to
computational biology...” should be “Introduction to computational, statistical,
and mathematical molecular biology...”.

As detailed in the first chapter, the intended reader should have had a first
course in probability and statistics and should be competent at calculus. The ideas
of algorithm and complexity from computer science would be helpful. As for
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biology, a beginning undergraduate course would be very useful. Every educated
person should know that material in any case. The intent is to introduce someone
who has mathematical skills to the fascinating structure of biological data and
problems. It is not intended for those who like their subjects neatly fenced in and
contained.

In such a rapidly developing subject there is a significant risk of instant
obsolescence. I have tried to strike a balance between what I see as fundamentals
unlikely to change and those data structures and problems whose relevance could
be eliminated tomorrow by a clever piece of technology. For example, the basic
nature of physical maps (such as restriction maps) will remain relevant. It is
possible that the double digest problem might become dated although it has been
of interest for 20 years now. Sequence assembly is also vulnerable to technology
and will undergo many changes. Sequence comparison will always be of interest
and dynamic programming algorithms are a good simple framework in which
to imbed those problems. And so it goes; I have tried to present interesting
mathematics that is motivated by the biology. It is not the last word and significant
subjects are missing. Constructing evolutionary trees deserves a book that has not
yet been written. Protein structure is a vast and often unmathematical subject that
is not covered here. What I have tried to do is give some interesting mathematics
relevant to the study of genomes.

A good deal of concern has been given to the topic of properly defining the
area of study associated with this book. Even the name has not been settled on.
Mathematical biology has not seemed satisfactory, due in part to the misadven-
tures of earlier times, and the choice may have narrowed to computational biology
and informatics. (If the latter designation wins out I hope it receives the French
pronunciation.) More importantly, of what does the subject consist? There are
three major positions: one, that it is a subset of biology proper and that any re-
quired mathematics and computer science can be made up on demand; two, that
it is a subset of the mathematical sciences and that biology remains a remote but
motivating presence; three, that there are genuine interdisciplinary components,
with the original motivation from biology suggesting the mathematical problems,
the solution of which suggest biological experiments and so on. My own view
is that although the last is most rewarding activity, all three are not only worth-
while but inevitable and appropriate activities. Written to describe mathematical
formulation and developments, I hope this book helps set the stage for more real
interdisciplinary work in biology.

There are more people to thank than I have space for here, and I apologize
in advance for significant omissions — they are inadvertent. Stan Ulam and Bill
Beyer at Los Alamos were basic to getting me going in this area. Stan influenced
several people with his belief that there was mathematics in the new biology
although in typical Ulam style he did not give any details. From the beginning
when I knew absolutely no biology Temple Smith put me onto good problems
that had mathematical and statistical content and worked with me to solve them.
Gian-Carlo Rota encouraged me in this work when it was not clear to anyone



Preface XV

else that there was real substance to the area. He, and later, Charlie Smith (then
of System Development Foundation) have given me significant support in this
work. My colleagues at the University of Southern California, without whom
this book would be much shorter and less interesting, include Richard Arratia,
Norman Arnheim, Caleb Finch, David Galas, Larry Goldstein, Louis Gordon,
and Simon Tavaré. Gary Benson, Gary Churchill, Ramana Idury, Rob Jones,
Pavel Pevzner, Betty Tang, Martin Vingron, Tandy Warnow, and Momiao Xiong,
postdocs over the years, have been kind enough to teach me some of what they
know and to make this a richer subject. My students Daniela Martin, Ethan Port,
and Fengzhu Sun have read drafts, worked problems, and generally improved
and corrected the text. Three talented and hard working people translated my
successive drafts into LaTeX: Jana Joyce, Nicolas Rouquette, and Kengee Lewis.
My work has been supported by the System Development Foundation, the National
Institutes of Health and the National Science Foundation. Finally, I want to express
my gratitude to Walter Fitch, Hugo Martinez, and especially to David Sankoff,
pioneers in this subject who were there at the beginning and who stayed with it.

I close with an invitation to the reader to communicate errors to me. Donald
Knuth in his wonderful volumes on The Art of Computer Programming offered at
first $1 and later $2 for each error found by his readers. I would like to make a
similar offer, but, in spite of my best efforts to eliminate mistakes, I doubt that I
can afford to pay a sum proportional to the number of remaining errors and instead
can only offer my sincere gratitude. I will make software, a list of errors, and other
information about this book available via ftp or mosaic at http:/hto-e.usc.edu.



Chapter 0

Introduction

Some of the impressive progress made by molecular biology was briefly mentioned
in the Preface. Molecular biology is an experimental subject and although the
material of living organisms obeys the familiar laws of chemistry and physics,
there are few real universals in biology. Even the so-called universal genetic code
that describes the mapping from triplets of nucleotides (the “letters of DNA”) to
amino acids (the “letters of protein”) is not identical in all living systems. I once
had a mathematical colleague mutter, “why don’t they call it the almost universal
genetic code?” The point is that evolution has found different solutions to various
problems or it has modified structures differently in different but related species.
Biologists often look for universals but expect that there will be variations of
whatever they discover. To achieve rigor they carefully describe the organism
and experimental conditions. In a similar way, mathematicians carefully state the
assumptions for which they have been able to prove their theorems. In spite of
this common desire to do work that is valid, mathematicians and biologists do not
mix too often, as do, for example, mathematicians and physicists.

In the early part of this century, mathematical models elaborated by Fisher,
Haldane, Wright, and others were at the forefront of biology. Today, the dis-
coveries of molecular biology have left the mathematical sciences far behind.
However, there are increasing connections between these fields, mostly due to
the databases of biological sequences and the pressing need to analyze that data.
Biology is at the beginning of a new era, promising significant discoveries, that
will be characterized by the information-packed databases.

After a brief survey of molecular biology in Chapter 1, Chapters 2 to 4 will
study restriction maps of DNA, rough landmark maps of the more detailed un-
derlying sequences. Then clones and clone maps will be studied in Chapters 5
and 6. Making biological libraries of genomes and constructing “tilings” or maps
of genomes is very important. Chapter 7 gives some problems associated with
reading the DNA sequences themselves. Chapters 8 to 11 present aspects of com-
paring sequences for finding common patterns. Comparing two or more sequences



2 Introduction to Computational Biology

®

restriction sequencing  sequence secondary
maps clones DNA comparison  structure”  trees

® ®
/N !
© 0 © ®

Figure 0.1: Chapter dependencies

is one of the most important mathematical applications in molecular biology. New
developments in algorithms and in probability and statistics have resulted from
these biological problems. The statistics of pattern counts in sequences is sur-
prisingly subtle and is covered in Chapter 12. Molecular structure in biology is
a central problem. Protein structure is a huge and largely unsolved problem that
does not appear in this text. Instead, the more mathematically developed topic of
RNA secondary structure is treated in Chapter 13. Finally, given a set of related
sequences, we can try to infer their evolutionary history. This appears in Chapter
14. Classical genetics, genetic mapping, and coalescents deserve full treatments
and are not covered in the present book.

Historical perspective is essential in research papers but clogs the flow of
material in an introduction. So as not to entirely omit references to original
material, some key references to original sources are given in Chapter 15. In
addition a few recent papers at the forefront of today’s research are also given.
This subject develops quite rapidly and the reader should not assume that I have
presented the last word on any given topic. Instead, these chapters should provide
a beginning. Then go to the literature, the databases, and the laboratory.

There are many independent modules in this book as can be seen in Figure
0.1. It is not necessary to read from start to finish. A number of one-semester
courses can be taken from these chapters. I recommend Chapters 1, 2, 6.1, 8, 9,
11.4-6, 14, and whatever of 12 can be fit into the remainder of the time.
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0.1 Molecular Biology

The next chapter gives a brief sketch of molecular biology. Ideally, the reader will
have taken a beginning course in molecular biology and can skip to Chapter 2.
In any case, I recommend the purchase of one of the excellent introductory texts.
There is a tradition of superbly well-written books in molecular biology, perhaps
tracing back to James D. Watson’s first edition of Molecular Biology of the Gene.
Here are some biology references.

Shorter Introductions to Molecular Biology

Berg, P., and M. Singer. Dealing with Genes: The Language of Heredity,
University Science Books, Mill Valley, CA, 1992

Watson, J.D., M. Gilman, J. Witkowski, and M. Zoller. Recombinant DNA,
2nd ed., Scientific American Books, New York, 1992.

Introductions to Molecular Biology

Watson, J.D., N. Hopkins, J. Roberts, J.A. Steitz, and A. Weiner. Molecular
Biology of the Gene, 4th ed. Benjamin-Cummings, Menlo Park, CA, 1987.

Lewin, B. Genes 1V, Oxford University Press, Oxford, 1990.
Cell Biology

Alberts, B., D. Bray, J. Lewis, M. Raff, K. Roberts, and J.D. Watson.
Molecular Biology of the Cell, 2nd ed., Garland, New York, 1989.

Darnell, 1., H. Lodish, and D. Baltimore. Molecular Cell Biology, 2nd ed.,
Freeman, New York, 1990.

Biochemistry
Stryer, L. Biochemistry, 3rd ed. Freeman, New York, 1988.
Zubay, G. Biochemistry, 2nd ed. Macmillan, New York, 1988.

Lehninger, A. Principles of Biochemistry, Worth, New York, 1982.

0.2 Mathematics, Statistics, and Computer Science

It is assumed that the reader knows some mathematics. Although except for Chap-
ter 11 the material is not at all deep, reading this book will require a certain level
of familiarity with mathematical language and some ability to do mathematics.
Much of our work will deal with discrete structures and involves some combina-
torics. Most of the contents of the book could be divided into two categories: (1)
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algorithms and (2) probability and statistics. The algorithms are usually intuitive
and not hard to verify. The applications of probability vary in depth, and without
some solid background at the upper undergraduate level, the reader should proceed
with caution. Occasionally some more advanced ideas are used. Mathematics is
largely not a spectator sport. Get involved and you will take away much more
understanding and ability to apply these concepts to new situations.

Here are some good mathematical references.

Analysis

Rudin, W. Principles of Mathematical Analysis, 2nd ed., McGraw-Hill,
New York, 1964.

Apostol, T. Mathematical Analysis: A Modern Approach to Advanced Cal-
culus, Addison-Wesley, Reading, MA, 1957.

Beginning Probability

Feller, W. An Introduction to Probability Theory and Its Applications, 3rd
ed., Vol. I, John Wiley and Sons, New York, 1968.

Chung, K.L. Elementary Probability Theory with Stochastic Processes,
Springer-Verlag, New York, 1974,

Stochastic Processes

Karlin, S. and H.M Taylor. A First Course in Stochastic Process, 2nd ed.,
Academic Press, New York, 1975.

Ross, S. Introduction to Probability Models, 5th ed., Academic Press, San
Diego, CA, 1993.

Advanced Probability

Chung, K.L. A Course in Probability Theory, Harcourt, Brace & World,
New York, 1968.

Durrett, R. Probability: Theory and Examples, Wadsworth, Inc., Belmont,
CA, 1991.

Computer Science

Aho, A.V,, J.E. Hopcroft, and I.D. Ullman. Data Structures and Algorithms,
Addison-Wesley, Reading, MA, 1983,

Baase, S. Computer Algorithms: Introduction to Design and Analysis, 2nd
ed., Addison-Wesley, Reading, MA, 1988.

Crochemore, M. and W. Rytter. Text Algorithms, Oxford University Press,
Oxford, 1994.



Chapter 1

Some Molecular Biology

The purpose of this chapter is to provide a brief introduction to molecular biology,
especially to DNA and protein sequences. Ideally, the reader has taken a beginning
course in molecular biology or biochemistry and can go directly to Chapter 2.
Introductory textbooks often exceed 1000 pages; here we just give a few basics.
In later chapters we introduce more biological details for motivation.

One of the basic problems of biology is to understand inheritance. In 1865
Mendel gave an abstract, essentially mathematical model of inheritance in which
the basic unit of inheritance was a gene. Although Mendel’s work was forgotten
until 1900, early in this century it was taken up again and underwent intense
mathematical development. Still the nature of the gene was unknown. Only
in 1944 was the gene known to be made of DNA; and, it was not until 1953
that James Watson and Francis Crick proposed the now famous double helical
structure for DNA. The double helix gives a physical model for how one DNA
molecule can divide and become two identical molecules. In their paper appears
one of the most famous sentences of science: “It has not escaped our notice that
the specific pairing we have postulated immediately suggests a possible copying
mechanism for the genetic material.” That copying mechanism is the basis of
modern molecular genetics. In the model of Mendel the gene was abstract. The
model of Watson and Crick describes the gene itself, providing the basis for a
deeper understanding of inheritance.

The molecules of the cell are of two classes: large and small. The large
molecules, known as macromolecules, are of three types: DNA, RNA, and pro-
teins. These are the molecules of most interest to us and they are made by joining
certain small molecules together in polymers. We next discuss some of the gen-
eral properties of macromolecules, including how DNA is used to make RNA and
proteins. Then we give some more details of the biological chemistry that are the
basis of these properties.
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1.1 DNA and Proteins

DNA is the basis of heredity and it is a polymer, made up of small molecules called
nucleotides. These nucleotides are four in number and can be distinguished by
the four bases: adenine (A), ctyosine (C), guanine (G), and thymine (T). For our
purposes a DNA molecule is a word over this four letter alphabet, A ={A,C,G,T}.
DNA is a nucleic acid and there is one other nucleic acid in the cell, RNA. RNA is
a word over another four letter alphabet of ribonucleotides, A ={A,C,G,U} where
thymine is replaced by uracil. These molecules have a distinguishable direction,
and for reasons detailed later, one end (usually the left) is labeled 5’ and the other
3.

Proteins are also polymers and here the word is over an alphabet of 20 amino
acids. See Table 1.1 for a list of the amino acids and their one and three letter
abbreviations. Proteins also have directionality.

How much DNA does an organism need to function? We can only answer
a simpler question: How much DNA does an organism have? The intestinal
bacterium Escherichia coli (E. coli) is an organism with one cell and has about
5 x 109 letters per cell. The DNA contained in the cell is known as the genome.
In contrast to the simpler E. coli, the genome of a human is about 3 x 10° letters.
Each human cell contains the same DNA.

Both RNA and proteins are made from instructions in the DNA, and new DNA
molecules are made from copying existing DNA molecules. These processes are
discussed next.

1.1.1 The Double Helix

The key feature of DNA that suggested the copying mechanism is the comple-
mentary basepairs; that is, the bases pair with A pairing T and G pairing C. This
so-called pairing is by hydrogen bonds; more on that later. The idea is that a single
word (or strand) of DNA (written in the 5’ to 3’ direction)

5'ACCTGAC3
is paired to a complementary strand running in the opposite direction:

5'ACCTGAC3
et
3’TGGACTGYS

There are seven basepairs in this illustration. The A-T and G-C pairs are formed
by hydrogen bonds, here indicated by a heavy bar. DNA usually occurs double
stranded and its length is often measured by number of basepairs.

The three-dimensional structure is helical. In the next figure we show the
letters or bases as attached to a string or backbone; note that the bars indicating
the hydrogen bonds have been deleted. To properly view this figure, imagine a
ribbon with edges corresponding to the backbones twisted into a helix.
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1.2 The Central Dogma

DNA carries the genetic material-the information required by an organism to
function. (There are exceptions in the case of certain viruses where the genetic
material is RNA.) DNA is also the means by which organisms transfer genetic
information to their descendants. In organisms with a nucleus (eukaryotes), DNA
remains in the nucleus; whereas proteins are made in the cytoplasm outside of the
nucleus. The intermediate molecule carrying the information out of the nucleus
is RNA. The information flow in biology is summarized by the “central dogma,”
put forward by Francis Crick in 1958:

The central dogma states that once ‘information’ has passed into
protein it cannot get out again. The transfer of information from
nucleic acid to nucleic acid, or from nucleic acid to protein, may
be possible, but transfer from protein to protein, or from protein
to nucleic acid, is impossible. Information means here the precise
determination of sequence, either of bases in the nucleic acid or of
amino acid residues in the protein.

A schematic for the central dogma is:

CDNA—> RNA—> PROTEIN

The loop from DNA to DNA means that the molecule can be copied. This is
called replication. The next arrow is called transcription and the last translation.
This chapter explores the arrows of the schematic in more detail.

Each of the arrows indicates making another macromolecule guided by the se-
quence of an existing macromolecule. The general idea is that one macromolecule
can be used as a template to construct another. The fascinating details of these
processes are basic to life. Understanding of templating will give us insight into
the reasons for some interesting analytical studies. Today the central dogma has
been extended. There are examples of genetic systems in which RNA templates
RNA. Also, retroviruses can copy their RNA genomes into DNA by a mechanism
called reverse transcription.

Making new molecules is called synthesis. When we look in detail we will
see that certain proteins are required for the synthesis of both RNA and DNA. In
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other words, we are about to sketch a highly complex system. For now it is easy
to see how DNA can be a template to make new DNA.

RNA is made single stranded. First the strands of the double helix are separated
in a region by breaking the hydrogen bonds forming the basepairs. One strand of
the DNA is used to template a single strand of RNA that is made by moving along
the DNA. At the conclusion, the double stranded DNA remains as before and a
single strand of RNA has been made. In the next illustration, the RNA is made
from 5’ to 3'. Note that where T’s existed in the complementary DNA, U’s exist
in the complementary RNA.

C
5 A e ¢ R '
A G G TTG3

| I | 3 |é
3ATCCA T A A s

T C U C C
G UGG
5’ ¢ © A A
UA
“\
- RNA

Making a new DNA from one already existing is called DNA replication. We
begin with a double helix that has been separated into two single strands.

3

T T C C G A

A A GG CT 5

Then the single strands are used to template new double strands.

A A GG CT

In this way two identical DNA molecules are made, each having one strand of the
original molecule. Replication in this picture proceeds from right to left.

1.3 The Genetic Code

As soon as Watson and Crick proposed the double helix model of DNA in 1953,
scientists began to study the problem of how a linear or helical DNA molecule
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could encode a linear protein molecule. Cracking the genetic code became a
hot topic and even attracted George Gamow (of the Big Bang Theory), a
physicist. The sequence of insulin was the only protein sequence available and
it was scrutinized very carefully. At that time it was not known that all amino
acid sequences could be encoded in genes. Gamow, concentrating on the insulin
sequence and the fact that 20 amino acids are used in protein sequences, discovered
a very compelling code.
By example, consider the helix

Gamow extracted the diamond

T

and, reasoning that the code should be the same in either direction, he decided that

T
G C
A

should encode the same amino acid. The second diamond is obtained by rotating
the first one by 180°. Let us count the diamonds which encode amino acids in this
scheme. There are two basepairs A - T and G - C. The number of diamonds with
top and bottom base identical is, therefore, (‘1‘) x 2 = 8. Otherwise, the top and
bottom bases are unequal and the number of diamonds is (‘2‘) x 2 = 12. In this
scheme, the orientation of the basepair is not counted. When Gamow realized this
he concluded that 20 = 8 + 12, and he had found a candidate for the genetic code.
The restrictions imposed on the possible sequences of amino acids by Gamow’s
scheme were severe, and his idea was rejected even before the genetic code was
solved.

Crick’s approach was to assume the code reads blocks of letters. These blocks
cannot be less than 3 letters long: 4 and 42 are both less than 20, whereas 4° = 64
exceeds 20. He probably came to this approach by reasoning that each strand
was a template for the double helix, so should be sufficient to code proteins too.
Crick decided that the genetic code should be “comma-free” — that the reading
frame is determined by the blocks. Thus, if amino acids are encoded by triplets
of nucleotides of DNA (codons) and if the code is comma-free, the reading frame
of three consecutive nucleotides is
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T1Xox3 TaTsTeg IT7XgT9 - >
N N N

R, R, R;
and not
T TX3T4 T5T6X7 TRIT9T1Q
e N N
or

T1T) T3IT4T5 TeT7T T9X10X11 ,
N N’ N

so that there is only one reading frame encoding RiRyRj . . ..

Once again the magic number 20 comes out of counting. The assumption
or requirement is that all possible amino acid sequences are possible. Clearly
AAA, TTT, GGG, and CCC are all impossible because in AAAAAA there is no
obvious reading frame. (There are four places to begin reading AAA.) Therefore
if 4> = 64 possible codons are being considered, we are left with 4° — 4 = 60 to
study.

Of those remaining, let XYZ be the codon. Clearly, to have a comma-free
code, XYZXYZ must be read unambiguously, and whenever XYZ is a codon,
YZX and ZXY are not. The number of remaining codons equals 1/3 x 60 = 20.
Alas, it turns out that biology has found a different and less mathematically elegant
solution.

The genetic code can be read from a single strand of RNA, and it is read 5’ to
3’. The code is a triplet code: nonoverlapping successive blocks of three letters
are translated into amino acids. There is a defined start or reading frame. Table
1.2 gives the genetic code in a compact form. There are three triplets—codons—that
cause protein transcription to cease: UAA, UAG, and UGA. Viewed abstractly,
the genetic code is a language in which 64 possible combinations of the 4 bases—
uracil (U), cytosine (C), adenine (A), and guanine (G)-taken 3 at a time specify
either a single amino acid or termination of the protein sequence. With 64 possible
“words” and 21 possible “meanings,” there is clearly the potential for different
codons coding for identical amino acids. These 21 meanings are the 20 amino
acids plus termination or stop. This is, in fact, the case: many pairs of codons that
differ only in the third position base code for the same amino acid. On the other
hand, a pair of codons differing only in the first or second position usually code
for different amino acids.

RNA that is translated into protein is known as messenger RNA, mRNA. For

example
mRNA UUUUACUGCGGCC.- --
A e

protein Phe Tyr Cys Gly

A shift of one letter in reading the same nucleic acid sequence results in a very
different amino acid sequence:

mRNA U UUUACUGCGGCC---
|y Sy iy, Ay
protein --- Phe Thr Ala Ala ---
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amino acid |3 letter code |1 letter code

alanine Ala A
arginine Arg R
aspartic acid Asp D
asparginine Asn N
cysteine Cys C
glutamic acid Glu E
glutamine Gin Q
glycine Gly G
histine 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 A

Table 1.1: Amino acid abbreviations

The phase of codon reading is called the reading frame. There are three reading
frames going 5’ to 3’. Reading the complementary DNA strand, there are three
reading frames in the opposite direction. Therefore, there are a total of six possible
reading frames possible for double stranded DNA.

The genetic code was solved in a very interesting way. Extracts from bacteria
were prepared except for the RNA template, nRNA. The extracts would then make
a protein sequence when the experimenter added synthetic mRNA. They began by
adding UUUUU-. - - and the proteins synthesized were composed of phenylalanine
Phe - Phe -,.... Because the reading frame is irrelevant, this suggests UUU
codes for Phe. Next, try a mRNA such as UGUGUG. . ., where the results are
polypeptides of Cys or Val. This still does not allow us to assign a unique codon
so we try UUGUUG: - -, where the resulting polypeptides are made of Leu, Cys,
and Val. This does not yield a codon assignment even though {UGU, GUG} N
{UUG, UGU, GUU}={UGU}. Next try UGGUGG:- - - where the peptides contain
Trp, Gly, and Val. The common codon is {UGU, GUG} N {UGG,GGU,GUG} =
{GUG} so we assign GUG to Val, the common amino acid. Most of the genetic
code was cracked in this manner.

Let N = {A, C, G, U} be the set of nucleic acids, C = {(z1z223) : z; € N},
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Table 1.2: The genetic code (64 triplets and corresponding amino acids) shown
in its most common representation. The three codons marked TC are termination
signals of the polypeptide chain.

2nd
U C A G
Ist 3rd
Phe Ser Tyr Cys 8]
Phe Ser Tyr Cys C
U Leu Ser TC TC A
Leu Ser TC Tip G
Leu Pro His Arg U
Leu Pro His Arg C
C Leu Pro GIn Arg A
Leu Pro GIn Arg G
Ile Thr Asn Ser U
Ile Thr Asn Ser C
A Ile Thr Lys Arg A
Met Thr Lys Arg G
Val Ala Asp Gly U
Val Ala Asp Gly C
G Val Ala Glu Gly A
Val Ala Glu Gly G

and A be the set of amino acids and termination codon. The genetic code is simply
amapg:C — A.

1.4 Transfer RNA and Protein Sequences

As we have mentioned above, mRNA is read to make proteins. The amino acids
are made available in the cell, and some are synthesized by the cell itself. With
the amino acids and mRNA in the cell, there is an obvious question: How does a
protein get made?

Part of the answer lies with the so-called adapter molecule, another RNA
molecule known as transfer RNA (tRNA). Amino acids are linked to these smaller
tRNA molecules of about 80 bases, and the tRNA then interacts with the codon of
the mRNA. In this way, tRNA carries the appropriate amino acids to the mRNA.
Obviously these reactions must be very specific. To understand this process it is
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necessary to closely examine tRNA.

As RNA is single stranded, without the complimentary strand that DNA has,
the molecule tends to fold back on itself to form helical regions. For example, 5’
GGGGAAAAACCCC 3' can form the structure

GGGG AA

NN A
CCCCAA

with a helix of 4 GC basepairs. This structure is known as a hairpin with a four
basepair stem and a five base loop. Later in Chapter 13 we will study prediction of

5
A
C
C  aceptor
stem
5
G—C
G—C
G—-C
A—U
G—C
C—G
G—C
U G c Y A
UG a A C G CC
cCuUCG [ I I G
Pl G CGG c
G G AGOC U U
G A o ,
A
C—G GG
C—G
U—A
G—C
cC—G
8] C
8] A
U C
\G/
anticodon

Figure 1.1: E. coli Ala tRNA
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RNA structure. The longer sequence of a tRNA forms a more complex structure
known as a cloverleaf. See Figure 1.1 for an E. coli tRNA associated with Ala.
Next, the cloverleaf structure is given schematically, where only the backbone is
shown.

Figure 1.2: tRNA schematic

Actually this schematic only shows the simplest components of tRNA struc-
ture. There are some additional bonds formed and the entire structure becomes
L shaped, with the 3’ ACCA sequence at one end and the anticodon at the other.
As the name indicates, an anticodon is complementary to the codon, and three
basepairs can form between the codon in the mRNA and the anticodon of the
tRNA. For example, for the Ala codon GCA, we have the following

3

A
U

mRNA 3 ——m8 — A C G —m— 5’
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GENE
T —
Geatg — START STOP
CGTAC DNA
. RNA
............. Polymerase
A
GCATG {
CGTAC m‘j
/ mRNA RNA
ribosome

MFKLQCFTWY
PROTEIN

PROTEIN FOLDS

Figure 1.3: DNA to RNA to protein

Given that the codon GCA encodes Ala, the interaction between the tRNA and

the mRNA seems almost inevitably to involve basepairing. The triplet UGC is
the anticodon.

At the ribosome, mRNA is read and tRNA is utilized to make the protein

sequence. From DNA to RNA to linear protein sequence to folded protein is
shown in Figure 1.3.
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1.5 Genes Are Not Simple

In this section we will look at some complexities and variations of how genes
work in living systems. It is not possible to do more than briefly mention some of
these fascinating topics, but the reference books contain much fuller treatments.

1.5.1 Starting and Stopping

In the genetic code (Table 1.2) there are three codons for “stop,” signaling the end
of the gene. Not mentioned there is the fact that genes begin with the so-called
start codon, AUG, which codes for Met. As is often the case in biology, the story
is not so simple, and the details are highly dependent on the organism. In this
section we will describe a well-studied system, the bacterium Escherichia coli or
E. coli.

A molecular complex of several proteins called RNA polymerase is required
to transcribe mRNA from DNA. For reasons of efficiency and control, there are
signals in DNA to start and stop RNA transcription. The canonical start pattern
has specific small sequences in the DNA as follows:

-35 10 141
. I I s ,
5 —-—{TrGACAll {TATAAT— ] gene [ ] 3

The idea is that the polymerase binds to these two patterns and then is in position to
proceed down the DNA, transcribing it into RNA. The sequences the polymerase
binds to are called promoter sequences. The Met initiator codon is 10 or so bases
beyond the mRNA start at +1. (There is no O in the numbering schemes of
biological sequences.) These patterns are not precise in content or in location.
Later in Chapter 10 we will study ways to discover these patterns in bacterial
promoter sequences.

1.5.2 Control of Gene Expression

Proteins from different genes exist in widely varying amounts—sometimes in ratios
of 1/1000. Gene expression could be controlled at two points: DNA — RNA or
RNA — protein. One common way of regulating a gene is by a repressor, which
affects the step DNA — RNA. Suppose that the gene exists to process a molecule
such as the sugar lactose. When lactose is absent, a repressor molecule (another
protein) binds the DNA, stopping the DNA — RNA step. When lactose is present,
it binds to the repressor and, in turn, prevents it from binding DNA. Of course,
when the expressed gene (the protein) has processed all the lactose molecules, the
repressor is no longer inhibited by lactose and the repressor again binds DNA,
shutting down the transcription of the gene.

This clever scheme allows the organism to only make protein to process
lactose when needed, thereby saving much unneeded RNA and protein. This
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simple device is just one of a long and complex series of control mechanisms
the cell has invented to deal with various environmental situations and various
developmental stages.

1.5.3 Split Genes

Initially sequencing was done for E. coli, a member of the prokaryotes, organisms
without a nucleus. When more rapid DNA sequencing began in 1976-1977,
reading the genes of eukaryotes, organisms with a nucleus, was an obvious goal.
There was soon a great surprise: The DNA encoding proteins was interrupted by
noncoding DNA that somehow disappeared in the mRNA. Biologists, for example,
expected E1 E, Es to appear as one continuous coding region. Instead I; and I,
split the gene into two pieces.

The so-called exons, E), E;, and E3, become an uninterrupted sequence,
whereas the so-called introns I} and I, are spliced out and discarded. See Figure
1.4. A gene of 600 bases might be spread out over 10,000 bases of DNA. In yeast
there is a tRNA gene that has 76 bps interrupted by a 14-bp intron. In a human
gene, thyroglobin, 8500 bps are interrupted by over 40 introns of 100,000 bps.

Much remains to be learned about introns and exons. Why did they evolve?
How can we recognize genes in uninterpreted DNA? What are the signals for
splicing out the introns? These interesting questions do not yet have simple
answers although much has been learned.

Originally it was supposed that most of the DNA encoded genes. It turns out to
be true for viruses where it is important to be compact. In higher organisms, this is
far from the case. Humans have around 5% of the genome used in protein coding.
The function of much of the remaining DNA is unknown. Many people feel that
much of it is “junk DNA,” just sitting around not used for anything; others think
that this DNA has important biological functions that are not yet understood.

E I E ! E
DNA ["_Lﬂ ! 1_21 2 r—j_'l
| A | —
— —]

RNA [ ]

mRNA 1 1 1 |

Figure 1.4: Exons and introns
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1.5.4 Jumping Genes

One idea of molecular evolution is that it proceeds in small local steps. Our
concept of a genome is that it is a blueprint for an organism. This concept is
significantly altered by the discovery in both prokaryotic and eukaryotic genomes
of segments of sequence that move from place to place in the genome. These
sequences are known as transposable elements. They carry genes required for
their movement or transposition, hence the name “jumping genes”.

Much speculation has been made regarding the role of transposable elements.
They of course can carry genetic material into new locations in the genome.
In addition, as they often propagate themselves, they create identical or similar
segments of DNA in various places in the genome. This can set the stage for
duplication or deletion of the DNA between the transposable elements.

The role of transposable elements is not very clear. Some have suggested that
transposable elements are “selfish DNA” and exist only for their own well being.
That is, these elements could be viewed as mini-organisms themselves, living in
the larger environment of genomic DNA.

In case this story sounds like an oddity, isolated to some obscure organisms,
we point out that all organisms examined for transposable elements have been
found to have them. Bacteria to humans, we all have jumping genes.

1.6 Biological Chemistry

It is now commonly understood that the molecules of biological organisms obey
the standard and familiar laws of chemistry and physics. Until very recently
it was thought otherwise, that there was a special set of laws of nature that
apply to living organisms—perhaps a vital force. In fact, the chemistry of living
organisms is special due to the requirements of organization and replication. In
this chapter we will briefly touch on some of the basics of this chemistry. As
pleasant as it is for mathematical scientists to view a DNA molecule as a long
word over a four letter alphabet, it is very helpful to understand a little more of
the basics.

The Basic Atoms

We will refer to the molecules of living organisms as biomolecules. Most
biomolecules are made of only six different atoms: carbon, hydrogen, nitro-
gen, oxygen, phosphorus, and sulfur. Table 1.3 shows some properties of the
atoms. These atoms combine into the fantastic variety of organisms by means of
chemical bonds.

The most abundant elements in living organisms are carbon, hydrogen, ni-
trogen, and oxygen. The are found in all organisms. In addition, calcium (Ca),
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Atom # electrons in outer shell |usual # covalent bonds
carbon (C) 4 4

hydrogen (H) 1 1

nitrogen (N) 5 35

oxygen (O) 6 2

phosphorus (P) 5 35

sulfur (S) 6 2 (up to 6)

Table 1.3: Covalent bonds

chlorine (Cl), magnesium (Mg), phosphorus, sodium (Na), and sulphur are present
in all organisms, but in much smaller amounts. Finally, cobalt (Co), copper (Cu),
iron (Fe), manganese (Mn), and zinc (Zn) are present in small amounts and are
essential for life. Other elements are utilized by some organisms in trace amounts.

Covalent Bonds

Recall that a covalent bond is formed when two atoms are held together because
electrons in their outer shells are shared by both atoms. Covalent bonds are the
strongest of the variety of bonds between biomolecules and contribute to great
stability. The outer, unpaired electrons are the only ones that participate in covalent
bonds. There cannot be more covalent bonds than electrons in the outer shell, but
all outer shell electrons, by no means, need be used in covalent bonds.

The arrangement of the atoms in space is only hinted at in the chemical
structure. The ball and stick model of methane has the hydrogen atoms at the
points of a tetrahedron. Water approximates that structure due to two groups
of two electrons that occupy the points with the two hydrogen atoms. Another
complication of the water molecule comes from unequal sharing of electrons in
the covalent bonds; such bonds are called dipolar.

The stability of the covalent bond can be quantized by the potential energy of
the bond. The energy is given in the number of kilocalories in the bonds of a mole
(6.02 x10% molecules), the units are kcal/mol. In these units an O—H has 110
kcal/mol, C—-O has 84 kcal/mol, S-S has 51 kcal/mol, and C=0 has 170 kcal/mol.
The range is approximately 50 to 200. Most chemical bonds found in biological
molecules are 100 kcal/mol.

Weak Bonds

We will discover that the structure or three-dimensional shape of a molecule
is extremely important in biology. Often these structures as well as molecular
interactions are stabilized by bonds much weaker than those discussed above.
The energies of these weaker bonds are in the range of 1 to 5 kcal/mol. They
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Name water methane ethylene

Shorthand HZO CH4 H4C2
H H H H
Chemical \O H—é—H \C—_-C/
Structure H/ | H/ \H
H
109.5
Ball and 104.5 < / 2>o=(<2
Stick Model

Space Filling
Model

Table 1.4: Molecular models

exist in a range that allows them to be formed or broken easily. This is because
the kinetic energy of molecules at physiological temperatures (= 25°C) is about
0.5 kcal/mol. Just a few of these weak bonds can stabilize a structure, but the
structure can then be altered as necessary.

There are several types of weak bonds.

e The hydrogen bond is a weak electrostatic bond forming between an negatively
charged atom (frequently oxygen) and a hydrogen atom that is already covalently
bound. The hydrogen atom is positively charged. Two such bonds are

C=0---H-N,
C=0.---H-0
The strengh of a hydrogen bond is from 3 to 6 kcal/mol.

¢ The ionic bond is formed between oppositely charged components of molecules.
These bonds would often be very strong if they were not in water, which reacts
with the components decreasing the bonding energy. In solids the bond could be
80 kcal/mol, whereas in solution it might be 1 kcal/mol.

e Van der Waals interactions occur when two atoms are close together. Random
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-

Covalent Van der Waals
radius .06nm radius .14nm

Figure 1.5: Covalent bonds and Van der Waals interactions.

movements of the electrons create dipole moments in one atom which generate an
attractive dipole in the second. This causes a weak interaction that occurs between
all molecules, polar or not. These interactions are nonspecific; that is, they do not
depend on the specific identity of the molecules.

Figure 1.5 is a sketch of two O, molecules in Van der Waals contact. Van der
Waals bonds have between 0.5 and 1.0 kcal/mol.

¢ Hydrophobic interactions occur among nonpolar molecules that cannot inter-
act with water. The attraction is due to their aggregation in water, due to the
noninteraction with water. Hydrophobic bond strength is between 0.5 and 3.0
kcal/mol.

Classes of Biomolecules

Many small molecules are present in organisms. They are needed for various
reactions or are the product of these reactions. The general classes of small
molecules are sugars, fatty acids, amino acids, and nucleotides.

Large molecules are built from the small molecules. The large molecule/small
molecules relationships are polysaccharides/sugars, lipids/fatty acids, proteins/a-
-mino acids, nucleic acids/nucleotides. The last two large molecules, proteins and
nucleic acids, are so big that they are known as macromolecules. This book is
largely the mathematical study of these molecules and their biological properties.

Life is complex and the complexity requires these macromolecules. The
amount of DNA required for life varies with the organism. Humans have 46
chromosomes, each if untangled and extended, about 4cm in length. Therefore
the entire DNA in a nucleus of a single cell is about 2 meters in total length.
The reason for this large size is the need to include all the information required
to encode a human. While the human genetic material or genome is about 1000
times that of a bacterium, even bacterial genomes are large. Generally the size of
the genome is an indicator of the size of the organism, but this is not a fixed rule.
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Figure 1.6: General chemical structure of an amino acid (a) with more detail
shown in (b)

For example, the genomes of certain lilies and lungfish are about 100 times larger
than the human.

Proteins

Proteins are the structural elements and the enzymatic elements of an organism—
they are the working parts as well as the building material. These very important
macromolecules are made of a sequence of molecules called amino acids.

There are 20 amino acids with the general chemical structures shown in Figure
1.6. The “R” in Figure 1.6 stands for the variable element or group which is known
as a side chain, R group, or residue R. R gives the amino acid its identity; there
are 20 R’s and, consequently, 20 amino acids. COOH is known as the carboxyl
group and NH, as the amino group. The central carbon is known as the a carbon.
This atom is often used to locate an amino acid in a protein.

How do amino acids become proteins? There are many levels at which to
approach this question. Here we focus on the most elementary chemical view
and see in Figure 1.7 how three amino acids with residues R}, R;, and R3 can be
joined to form a three residue protein RjR;R3 plus two water molecules.

Note that there is a chemically defined direction or orientation to this molecule.
It “begins” with the amino end (N) and proceeds to the carboxyl end (C). The
number of unique proteins is enormous, as there are 20™ proteins of length n.

The 20 amino acids structures are shown in Figure 1.8 with some of their
properties.
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R, R; Ry
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Figure 1.7: (a) Three amino acids with residues Ry, Ry, and Rs. (b) A protein or
polypeptide with residues RiRyR3, plus the two water molecules.
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Figure 1.8: Chemical structure of the 20 amino acids
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DNA

Deoxyribonucleic acid (DNA) is the carrier of genetic information for all or-
ganisms, except for some viruses. DNA consists of four different units called
nucleotides. The components of a nucleotide are a phosphate group, a pentose
(a 5-carbon sugar) and an organic base. The four different bases determine the
identity of a nucleotide.

The general picture of a nucleotide is

Phosphate

2-Deoxyribose

The carbon atoms are often not shown in the figure; only one appears in the
above sugar structure. The numbers 1’ to 5’ refer to the carbon atom locations
in the sugar. The carbon atoms 5’ and 3’ are used to define the orientation of the
molecule.

In Figure 1.9 the structure of the bases in DNA is shown with the two types
purines and pyrimidines illustrated. Purines have two rings, whereas pyrimidines
have one ring. Bonds are represented by straight lines. In the bases, a carbon is
present (and not shown) where two lines intersect. Bonds with no atom at the end
have a hydrogen atom at the end and are hydrogen atoms.

A single strand of the DNA molecule is formed by the sequence phosphate-
sugar-phosphate-- - - -sugar, with the 5" carbon of the sugar linked to the phosphate
and the 1’ carbon linked to the base. See Figure 1.10. Note that there is a definite
direction to the chain, conventionally noted as 5’ to 3'.

Two chains joined by hydrogen bonds between so-called complementary bases
form the DNA molecule. The complementary bases form the basepairs A-T and
C-G in Figure 1.11. The hydrogen bonds are shown by dotted lines.

Finally we are ready to join the two strands into a complete DNA molecule
in Figure 1.12. The strands must be of opposite orientation and, for a perfect
fit, must be of complementary sequence. Given a sequence of one strand, it is
obvious how to predict the other strand.
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Adenine Guanine
5® 5®
Deoxyribose 0o Deoxyribose 0o
PURINES
3 ¥
A G
Thymine Cytosine
5® 5®
Deoxyribose O Deoxyribose O
PYRIMIDINES
3 3
T C

Figure 1.9: Purines and pyrimidines

Figure 1.10: DNA molecule

H

H H----v--- o /,_ H----0
7 N DAV
N_/\N ______ HN/\\/ CHs |IL _____ H_N/\_N
LTI AN
I|‘,/ 7 0// \/ 0--n-- H r{; Ny |
Adenine Thyrlninc Cytosine Guanine

Figure 1.11: Basepairs
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Figure 1.12: Complete DNA molecule

RNA

To describe ribonucleic acid (RNA), there is not much to do formally. The sugar
in RNA is ribose instead of 2-deoxyribose.

HOCH, . © OH
v
H
X
H H
Ribose

In place of thymine, we have the pyrimidine base uracil.
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Problems

Problem 1.1 Update the schematic for the central dogma according to the infor-
mation given in the text.

Problem 1.2 We introduced the technique of transcribing synthetic mRNA in
order to solve some of the genetic code. The synthetic mRNA was periodic in
nature: XXXX. .., XXYXXY..., XYYXYY.. ., etc. Derive all the information
you can about the genetic code using the two letters A and C. Clearly define the
synthetic mRNAs and their protein products. Recall that only the presence of
amino acids could be detected, not the sequence.

Problem 1.3 There are 20™ different possible proteins of n residues. If the N-
and C-terminus were indistinguishable and R R; - - - R,, did not have a given
orientation, RjR; - - - R, would be indistinguishable from R, --- R;R;. How
many different proteins would exist then?

Problem 1.4 Suppose noncoding DNA is randomly generated by independent
identically distributed letters of probabilities p4, ps, pc, and pr. In a sequence
of length n, what is the expected number of start codons reading 5’ to 3’? Each
of these start codons marks the beginning of a sequence of codons of amino acids
ending with a stop codon. What is the probability distribution of the length X of
one of these potential coding regions, counting the start and stop codons?

Problem 1.5 Splicing removes introns from transcribed RNA. Suppose the set
upis By E, - -- Iy Eg. It is possible to make other protein sequences by so-
called alternate splicing; that is, instead of removing I) we might remove I, E, I,
resulting in the spliced sequence E1E3E, --- Ex. (We assume that each exon
E,, ..., Ex can be translated individually.) (i) By allowing all possibilities of
alternate splicing, how many distinct protein sequences can be made? (ii) If only
one removal of adjacent exons is allowed, such as I} E, I; E5 I3, how many distinct
sequences can be made?



Chapter 2

Restriction Maps

2.1 Introduction

When foreign DNA is introduced into a bacterium, it is usually unable to perform
any genetic functions. One reason for this is that bacteria have evolved efficient
means to protect themselves from invading DNA. A group of enzymes known as
restriction endonucleases or restriction enzymes perform this function by cleaving
the DNA, thus "restricting" the activity of the invading DNA. The bacteria’s own
DNA is protected from its arsenal of restriction enzymes by another class of
enzymes that modifies or methylates the host DNA. Restriction enzymes cleave
unmethylated DNA. One way to view restriction enzymes is as the bacterial
immune system. This class of restriction enzymes is invaluable to the practice of
molecular biology because they always cut DNA at short specific patterns in the
DNA. These patterns are called restriction sites.

Table 2.1 contains some examples of these sites with details of their cleavage
patterns. About 300 restriction enzymes have been found and they cut at about
100 distinct restriction sites. Note that these sites are palindromes, as are most
known restriction sites, although a palindrome in molecular biology means the
5’ — 3’ sequence on the top strand is identical with the 5' — 3' sequence on the
bottom strand; that is, a palindrome in molecular biology is a word that is equal
to its reverse complement.

Details of the cutting are indicated in Table 2.1. Sites such as Haelll are cut
leaving blunt ends
G

—

a— 0N
aO—Q
a— 0N
(>

|
C

a—Q
aO— o
a— 0

whereas others such as EcoRI leave overhangs, also known as sticky ends:

GAATTZC G AATTC
O O O R B N | |
CTTAAG CTTAA G
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Restriction Enzyme | Restriction
Microorganism Name Site
V
Bacillus amyloliquefaciens H BamHI G|G ATGCC
CCTAGI|G
v A
Brevibacterium albidum Ball T G G|C C A
ACCIGGT
v A
Escherichia coliRY 13 EcoRI GIAATTZC
T T A A|G
0
Haemophilus aegyptius Haell Pu G C G C|Py
Py|C G G C Pu
A Vv
Haemophilus aegyptius Haelll G G|C C
C C|G G
A V
Haemophilus influenzae Ry HindIl G T PylPu A C
C APulPy TG
V
Haemophilus influenzae Ry HindIIl Al[AGCTT
TTCG A|A
v A
Haemophilus parainfluenzae Hpal G TTIA AC
G AA|TTG
~ A
Haemophilus parinfluenzae Hpall C|C G G
G G C|C
A Vv
Providencia stuartii 164 Pstl CTGC A|IG
G|IA CGTOC
o
Streptomyces albus G Sall G|IT C G A C
C AGZC T/|\G

Table 2.1: Restriction enzymes

The first three letters of a restriction enzyme refers to the organism, the fourth
letter (if any) refers to the strain, and the Roman numerals index the restriction
enzymes from the same organism.

These enzymes are essential to the practice of molecular biology, as they make
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EcoRI HindIIl

BamHI
Pstll.

(a)

L] | b
1 1 ®

HindIlll BamHI Pstll

Figure 2.1: Circular (a) and linear (b) restriction maps of pBR322

possible critical manipulations. Our topic in Chapters 2 to 4 is to describe some
mathematical problems that arise in connection with making maps of the locations
of restriction sites. Restriction maps show the location or approximate location
of a selection of restriction sites along linear or circular DNA. Later in the course
we will show a restriction map of E. coli which has approximately 7000 sites. For
now we show in Figure 2.1(a) a circular restriction map of a famous plasmid in
(pBR322, 4363 bps) in E. coli, whereas in (b) the map is made linear by cutting
at the EcoRI site. In Figure 2.2 is a linear restriction map of bacteriophage A of
48,502 bps. Note that we have started measuring length in bps or basepairs.

To study the mathematics of restriction maps it is essential to introduce some
concepts from graph theory.

2.2 Graphs

Graphs, a topic from discrete mathematics and computer science, provide very
natural mathematical models for several data structures and relationships in bi-
ology, including restriction maps. We take this opportunity to formalize some
notation.

A graph G is aset of vertices V and edges E, where e € E implies e = {u, v},
where u € V and v € V. See Figure 2.3(a). In the case e = {u,v} € E, u and
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Figure 2.2: Restriction map of bacteriophage ). Genetic functions are indicated
at the top of the figure by brackets.

v are said to be adjacent. The degree of a vertex v is the number of distinct edges
e such that v € e. Directed graphs are graphs where the edges have a direction
e = (u,v) that is ordered.

A bipartite graph is a graph such that V. = Vi JV,, ViNV2 = 0, and
e = {u,v} € Eimpliesu € V; andv € Vo, orv € V; and u € V5. See Figure
2.3(b). Two graphs G and H are isomorphic, G = H, if there is a one-to-one
correspondence between the vertices that preserves adjacency.

Many graphs arise from linear structures. Let S be asetand F = {5}, 5,, ...,
Sy} be a family of distinct nonempty subsets of S. The intersection graph of F,
I(F), is defined by V (Z(F)) = F with S; and S; adjacent when S; (| S; # 0.
G is an intersection graph on S if there exists F such that G = T(F). An interval
graph is a graph that is isomorphic to some Z(F), where F is a family of intervals
on IR, the real line.
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a) v b)
5
vV ul
vy V4 v "
0 V3 v [o) u3
V2

Figure 2.3: (a) The graph G with V. = {v1,v2,...,vs} and E = {{v;,v2},
{v1,vs}, {v2,vs}, {vs,va}}. (b) A bipartite graph with V; = {v;,v2,v3} and
Va = {ur, up, us}.

2.3 Interval Graphs

The study of interval graphs has its origin in a paper of Benzer in 1959 who was
studying the structure of bacterial genes. At that time it was not known whether
or not the collection of DNA composing a bacterial gene was linear. It is now
well known that such genes are linear along the chromosome, and Benzer’s work
was basic in establishing this fact. Essentially, he obtained data on the overlap of
fragments of the gene and showed the data consistent with linearity. Of course,
there is no longer active interest in Benzer’s problem, but we discuss here a special
class of interval graphs central to the modern practice of molecular biology. These
graphs arise in connection with restriction maps which show the location of certain
sites (short specific sequences) on a specific DNA.

To make these ideas specific, we graphically present a restriction map, which
we will refer to as an A A B map, with three occurrences of restriction site A and
four occurrences of restriction site B:

|
I
B A B

F—F—F— ArB

mﬁ_
>
[v+]
>

Next we show the maps for A and B separately and refer to them as the A
map and B map, respectively:

A A A

|
B IB B B

Biologists, when constructing restriction maps, can identify individual inter-
vals between sites, as restriction enzymes cleave the DNA into these intervals,
but they cannot directly observe the order of these intervals. Instead, they try to
establish whether or not an A interval overlaps a B interval and, from this overlap
data, construct the map. Formally we say two intervals overlap if their interiors
have nonempty intersection. Frequently this overlap data comes from determining
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which A and B intervals contain the various A A B intervals. In fact, frequently
the most difficult aspect of restriction map construction is determining the overlap
data. This difficult problem is not pursued until later chapters.

Next the intervals are arbitrarily labeled:

6, 3 5 1 7 2 8 4

T A
B A BB A B A
2 4 13
: | — A
A A A
4 s 2 3 1
JI - + B
B B B B

Label the components of the A map by A,, A;,... and of the B map by
By, B,,.... Define the incidence matrix I(A, B) whose (i,7)-th entry is 1 if
A; N B; # 0 and is 0 otherwise. For the above example and labeling

10100
00011 |
10000 |
01101

I(A, B)

01000001
00100100 |
00010000 )’
10001010

I(A,AAB)

00010001
10000000
I(B,AAB)=]01000010
00000100
00101000

As mentioned above, I(A, A A B) = (zi) and I(B,A A B) = (y,) are
frequently known, whereas I{ A, B) is desired. The next proposition relates these
matrices.

Proposition 2.1 For the incidence matrices defined above
I(A,B) =I(A,AAB)IT(B,AAB), .1
where IT(B, A A B) is the transpose of (B, A A B).

Proef. Note that the (7, ) element of this matrix product equals the number
of A A B intervals in both the i-th A interval and the j-th B interval; that is,
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zij = ., TikYjk. Butthe AA B intervals are formed by intersection of A intervals
with B intervals so that z;; and y; are both 1 if and only if A; () B; = (A A B).
This happens for at most one k. [ ]

Having shown that I (A, B) is easily obtained from [(A, AA B) and I(B, A A
B), we now turn to characterizing I(A, B) and then present an algorithm for
constructing restriction maps from I (A, B). Two equivalent characterizations are
discussed and then collected in Theorem 2.1.

The matrix I( A, B) tells us when an A interval and a B interval have an AA B
interval in common, or, equivalently, when the interiors of the A interval and B
interval intersect. Thus, constructing a restriction map from I (A, B) is equivalent
to finding an interval representation for a certain graph G( A, B) which is obtained
in the following natural way: The vertex set V(A, B) of G(A, B) consists of the
union of the set of A intervals and the set of B intervals, and the edge set E(A, B)
consists of the unordered pairs { A;, B; } for each A intervals, A;, and B intervals,
B, which overlap. The graph G(A, B) is completely defined by I(A, B).

If G(A, B) arises from a restriction map, we need only delete the endpoints of
the pieces in the A map and the B map to obtain an (open) interval representation
of the graph G(A, B). Thus G(A, B) is an interval graph. As the interiors of
the A intervals are disjoint, the interiors of the B intervals are disjoint, and the
interior of every A interval (respectively, B interval) overlaps the interior of some
B interval (respectively, A interval), it follows that G(A, B) is bipartite with no
isolated vertices.

Conversely, one may construct a restriction map for any bipartite interval
graph G without isolated vertices by drawing together the intervals representing
vertices in each of the two parts until the A and B intervals correspond to A and
B maps. Figure 2.4 is the graph for our above example.

A 1234

N
12345
Figure 2.4: Interval graph G(A, B)

We next observe that G(A, B) is a connected graph unless the A and B
restriction sites coincide. In general, if the A and B restriction sites coincide &k
times (not counting the ends), then G(A, B) will have k+ 1 connected components.

There is also a 0 — 1 matrix formulation characterizing interval graphs. In
our special case it can be shown that for the graphs G(A, B) that can arise,
the associated 0 — 1 matrix I(A4, B) can be put into a particularly nice form.
Specifically, if the rows and columns of I(A, B) are permuted in accordance
with an ordering of the edges of G(A, B) 1's in I(A, B) will belong to one of
a collection of k + 1 staircase shapes going from top left to lower right, where
k is the number of components of G(A, B). Each row or column has its 1’s
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consecutive and meets precisely one of the staircases. There can be no 2 x 2 all
ones submatrix. Here is such a permutation for our example:

B
4 5 2 3 1
2/1 1 0 00
410 1 1 1 0
4 10 0 0 1 1
3\0 0 0 0 1

Note that the matrix is now in “staircase form” with the 1’s as the staircase.
These characterizations of restriction maps are now collected in the following
theorem.

Theorem 2.1 The following statements are equivalent:

(i) The bipartite graph G( A, B) is the graph constructed from some restriction
map.

(i) G(A, B) is a bipartite interval graph with no isolated vertices.

(iii) I(A, B) can be transformed by row and column permutations into staircase
Sformwith each row or column having 1’s in precisely one of these staircases.

For more information on interval graphs in general see the book by Golumbic
(1980).

Interval graphs in general can be recognized and their representations can be
found in time which is linear in the number of vertices plus edges. For the class of
graphs considered here, we can provide a recognition and representation algorithm
which is quite simple. Like the algorithm for the general problem, it requires only
linear time and storage. Later in the book, we will become a little more precise
about algorithms. Right now, just think of an algorithm as a way to accomplish a
task, such as constructing a map from a graph.

Because we have a bipartite interval graph of nonintersecting intervals in each
vertex set, each vertex has at most two adjacent vertices v with deg(v) > 2. This
is key for step 3 below. Define

L = {v:deg(v) > 2}.

The reason we are not separating A vertices from B vertices shows up when
we try to find an “end” of the map:

Note that of the two leftmost pieces, only the bottom has deg = 2. In fact ends
may have deg > 2 but have only one adjacent vertex of deg > 2.
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Algorithm 2.1 (Restriction Map)

set Lo=1L.

1. find an end.
find v € Ly such that only one adjacent u€ Ly. if no
such u exists, go to step 3.

2. find connected component.
set vy =v and v; =u. extend the sequence of edges
{vi,v2}{v2,v3} -+ {vr—1,v:} to maximum r, where all wv; € Lo.
remove {vi,...,v-} from Ly. go to step 1.

3. fill in the component.
for v€ELNL; and ue€ L° with {u,v} € E put {v,u} between
{vi,v} and in the component edge list.

4. single intervals.
for v€ Ly for all w; € L° with {ui,v} € E add {ui,v}{uz, v}
to list of components.

5. isolated pairs.
for {v,u} € E with v,u€ L° add the edge {v,u} to the list
of components.

6. done.

The algorithm can be modified to provide recognition of these graphs.

Consider the graph from our example. Suppose the vertices are listed A;, Az,
As, A4, B, By, B3, By, Bs, and edges are listed {A;, B1}, {41, B3}, {42, Bs},
{Az, Bs}, {As, B}, {A4, B2}, {As, B3}, { A4, Bs}. The algorithm steps 1 and 2
give

vertex v Al Ay Az As B, B, By B, Bs
degree deg(v) 2 2 1 3 2 1 2 1 2
L(v) B1,B3 B4, Bs Bi By, B3, Bs A1, A3 Ag A1, A4 Ay Ay, As.

Here L(v) = {u: {u,v} is anedge}. Insteps 1 and 2, we encounter the end A,
which leads to vertices Bs, A4, B3, 41, and B;. No other ends are to be found.
So far this gives the following edge ordering:

{Az, Bs},{Bs, As}, {A4, B3}, {Bs, A1}, {A1, B}

Now we go through the edge list and insert each edge which contains a vertex
of deg = 1 and vertices in L (| L§ previously involved in the ordering. The new
edge must be adjacent to a previous edge involving the vertex in L[] L§. We
insert it between previous edges if there is a choice, or else on the left or right if
the vertex in L () L§ was a left or right end, respectively. It happens that in our
example we now obtain the component

{A2, Bs},{A2, Bs},{ A4, Bs}{Aa, B1},{As, B3},{41, B3},{A1, B:1},{A3, B1}.
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Figure 2.5: (a) Electrophoresis setup; (b) resulting gel

2.4 Measuring Fragment Sizes

In order to perform most experiments in biology it is necessary to have many
(= 10®) identical copies of the same DNA molecule. Usually this feature is not
critical to mathematical understanding, but it is important for an understanding of
the experimental data. To further explore restriction mapping, we must discuss
how restriction fragment length measurements are obtained. To begin, assume
that the DNA is present in many identical copies.

The size or length of the DNA is measured by a process known as gel elec-
trophoresis. The gel refers to a solid matrix, usually agarose or polyacrylamide,
which is permeated with a liquid buffer. Recall that DNA is a negatively charged
molecule. When the gel is placed under an electric field, the DNA migrates toward
the positive pole. See Figure 2.5(a) for this general setup.

It turns out that DNAs migration distance is a function of size. By using
DNA of known lengths, we can calibrate gel electrophoresis and estimate DNA of
unknown lengths. The DNA is left under the field a fixed time and the migration
distance is measured. The DNA can be located by staining the gel with ethidium
bromide, which causes the DNA to fluoresce and be visible under ultraviolet light.
Another technique is to tag the DNA with a radioactive label and then to expose
the x-ray film to the gel. The resulting gels appear in Figure 2.5(b).

The relationship between migration distance and DNA size or length is not
precisely understood. The simplest useful model is that migration distance D is
linear with the logarithm size or length L; thatis, D = a + blog(L), where b < 0.
The negative slope is easy to rationalize: Long DNAs get tangled up in the gel
matrix and do not migrate far, whereas smaller DNAs thread through the matrix
much more easily.

Because a large number of identical DNAs are moving through the gel it is not
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surprising that the migration distance D is a smear, not a point; that is, the scientist
cannot measure D too precisely. Therefore, let us assume that D can be measured
but has a normal distribution N(up,0%). When a + blog(L) has a normal
distribution, statisticians say L has a lognormal distribution. An interval that D
will fall into 95% of the time is up + 20 p Therefore, a + blog(L) € up + 20p
or, because b < 0,

kpze 4 lop ~2D p-e L lop £p-e
Lee ib:(e Boxe bt ,etTT xe )

o i (- 32) o (1 2)

when Zl‘-’f— is small. In this case we will read length “within %ﬁ x 100%” of the
true length. Interestingly enough, biologists often report their measurements in
this “within z x 100%” form.

The implications of this bit of statistics is that we cannot expect measurement
errors for fragment length to be independent of length. Small fragments can be
measured very accurately, whereas larger ones can have very large measurement
errors. Anexample of gel electrophoresis is shown below. The migration distances

in 1000 basepairs (1 kbp) for known DNAs are indicated on the leftmost gel.

Now

Problems

Problem 2.1 From the following map decomposition and labeling, find I(A, B),
I(A, A A B), I(B, A A B), verify Proposition 2.1, and find a staircase represen-
tation of I(A, B).

Problem 2.2 From

I(4,B) =

LT I VA I S

SO~ OO -
—_—0 O = N
O= OO0 W
S OoOO =0 b
—_O0 O O O W
O—= OO O &
OCO= OO 3
OO = 0O O ®
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use Algorithm 2.1 to find the restriction map.

Problem 2.3 Restriction maps can have more than two enzymes. Let A, B, and
C be three restriction enzymes, and define I(A4, B, C) with (i, j, k) entry = 1
if A; N B; N Cy # 0 and 0 otherwise. (i) State and prove Proposition 2.1 for
I(A, B,C). (ii) State the generalization for e enzymes AW A@ - Ale)



Chapter 3

Multiple Maps

The locations of restriction sites can be determined in several ways. The essential
tool is the capability of digesting DNA with one or more restriction enzymes
along with the capability of measuring the resulting DNA fragments by gel elec-
trophoresis. In this chapter we will focus on two generic restriction enzymes, A
and B.

Our earlier discussion of interval graphs via overlap data has a basis in exper-
imental methods. The overlap A; N B; can be determined, in some cases, in the
following way. First, DNA is digested with enzyme A and then each A fragment,
A, is digested with enzyme B. If all A A B sizes are unique, then each A A B
fragment is uniquely assigned to an A;. The uniqueness of A A B fragments is
usually given by uniqueness of the fragment lengths. If this experiment is re-
peated with the enzymes applied in the opposite order, then each A A B fragment
is uniquely assigned to a B;. These experiments give data for the interval graph
methods of Chapter 2.

Maps are not usually determined by direct experimental data on overlaps
A; N By, due to the difficulty of performing the experiments. Instead, the two
single and one double digests are done, and the three batches of DNA are run in
three lanes of a gel. In Section 3.1, we describe the problem and prove a theorem
regarding the nonuniqueness of solutions to the problem of determining restriction
maps from these data. Later sections give more detailed classifications of these
multiple solutions.

A simple proposition will prove useful. Define AV B to be the set of fragments
created by those cut sites common to both the A and the B maps. Often A A B is
referred to as the meet of A and B, and A V B as the join of A and B. We further
abuse notation by setting A = {4;,...,A,}and B = {By,..., B} as well as
[A, B] to denote a specific ordering of fragments in a restriction map.

Proposition 3.1 |[AA B| = |A| + |B| - |AV B|.

Proof. To enumerate the number of elements in a set of fragments, create the
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set S of all fragment endpoints, including the beginning and end of the DNA
which need not be enzyme cut sites. If S4 is created from {A;,..., 4,}, then
IS Al =n+1.

By inclusion-exclusion,

|SaU SB| =1S4] +|SB| = |San Sg|.

The cut sites in S4 U .Sp create A A B, and the sites in S4 N Sg create AV B.
By counting fragments by their left endpoints,

|SaUSB| =|AAB| +1,

|Sal = 4] + 1,
ISs| = |B| + 1,
and
ISanSp|=|AVB|+1
The inclusion-exclusion formula implies the result. n

3.1 Double Digest Problem

The problem we consider, the multiple digest problem, is as follows. We discuss
the simplest case involving linear DNA, two digests, and no measurement error.
We will refer to this problem as the double digest problem, or DDP. A restriction
enzyme cuts a DNA molecule of length L bps at all occurrences of a short specific
pattern, and the lengths of the resulting fragments are recorded. In the double
digest problem, we have as data the list of fragment lengths when each enzyme is
used alone, say

a=|Al| ={a;:1<i<n} from the first digest,
b =|B|| = {b;: 1 <i<m} from the second digest,

as well as a list of double digest fragment lengths when the restriction enzymes
are used in combination and the DNA is cut at all occurrences of both restriction
patterns, say

c=[[AAB|=|IC]|={c;:: 1 <1<}

Only fragment length information is retained. We will write DDP(a, b, c) to
denote the problem of finding maps A, B] such that ||4| = a, ||B|| = b, and
ICIl = |A A B|| = c. In general ||A]|, | B]|, and ||C|| will be multisets; that s,
there may be values of fragment lengths that occur more than once. We adopt
the convention that the sets || Al|, || B||, and ||C|| are ordered, that is, a; < a; for
1 < J, and likewise for the sets || B|| and ||C||. Of course,

Z a; = Z b, = ZCi:L’

1<i<n 1<i<m 1<i<!
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as we are assuming that fragment lengths are measured in number of bases with no
errors. Given the above data, the problem is to find orderings for the sets A and B
such that the double digest implied by these orderings is, in a sense made precise
below, C. This is a mathematical statement of a problem that is sometimes solved
by exhaustive search. In Chapter 4, we will study algorithms for constructing
maps from length data.

We may express the double digest problem more precisely as follows. For ¢
a permutation of (1,2,...,n) and p a permutation of (1,2,...,m), call (o, ) a
configuration. By ordering A and B according to ¢ and p, respectively, we obtain
the set of locations of cut sites

S=<s:5= Z ag(j) OF § = Z bu55b0<7<n,0<t<m
1<5<r 1<5<t

Because we want to record only the location of cut sites, the set S is not allowed
repetitions, that is, .S is not a multiset. Now label the elements of S such that

S={s;:0<j<I} with s; <s; for i <j.
The double digest implied by the configuration (¢, 1) can now be defined by
C(o,u) = {cj(o,p) : cj(o, 1) = sj — 81 forsome 1< j <1},

where we assume, as usual, that the set is ordered by size in the index j. The
problem then is to find a configuration (o, 1) such that C = C(o, i), where
C = A A B is determined by experiment.

3.1.1 Multiple Solutions in the Double Digest Problem

In many instances, the solution to the double digest problem is not unique. For
example, with

a=|4| = {1,3,3,12},
b=|B| = {1,2,3,3,4,6},

and
c=|Cll=lAAB|l ={1,1,1,1,2,2,2,3,6},

two distinct solutions are shown in Figure 3.1.

Because the A and B fragment orders determine the C = A A B fragments
and the order of those fragments, the simplest combinatorics gives n!m! map
configurations. However, in our example, 3 is repeated twice in the A digest and
3 is also repeated twice in the B digest. Under the assumption that we cannot
distinguish fragments of equal lengths, in our example of n = 4 and m = 6 there
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Figure 3.1: Multiple solutions

are 416!/212! = 4320 map configurations. As we will discuss later, there are only
208 distinct solutions for these data. We now demonstrate that this phenomenon
of multiple solutions is far from isolated; rather it is to be expected.

Below, we use a powerful result from probability theory, the Kingman subad-
ditive ergodic theorem, to prove that the number of solutions to the double digest
problem as formulated in Section 3.1 increases exponentially as a function of
length under the probability model stated below.

For reference, we state a version of the subadditive ergodic theorem here.

Theorem 3.1 (Kingman) For s,t non-negative integers with 0 < s < t, let X,
be a collection of random variables which satisfy the following:

(i) Whenever s <t < u, X, . < Xs¢+ Xt
(ii) The joint distribution of { X .} is the same as that of {Xst1,+41},

(iii) The expectation g. = E[Xo.] exists and satisfies g; > Kt, for some
constant K and all t > 1.

Then the finite lim; .o Xo:/t = X exists with probability one and in the mean.

To motivate this theorem, recall the usual strong law of large numbers (SLLN)
which treats independent, identically distributed (iid) random variables W, W, . ..
where p = E(W;) and |p| < oo. The SLLN asserts that

Wi+Wo+---+ W,
n

- H
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with probability 1.
Set

U= Y. W

s+1<i<t

It is easy to see that (i) is satisfied:

Us’u: Z W; + Z W,

s+1<i<t t+1<i<u
= Us,t + Ut,u~

As W; are iid, (ii) is evidently true. Finally, g(t) = E(Up:) = tu, so that (iii)
holds with ¢ = K. Therefore the limit

Jim > Wi/t

1<i<t

exists and is constant with probability 1. Note that this setup does not allow us to
conclude that the limit is x. This is a price of relaxing the assumption of additivity.
Now we turn to the problem of the multiplicity of solutions to DDP.

It is necessary to impose a probability model. Labeled sites 1,2, 3, . .. are cut
by two restriction enzymes independently with probability p4 and pp, respec-
tively, with p; € (0,1). These sites are the sugar-phosphate backbone between
the successive bases. Let a coincidence be defined to be the event that a site is cut
by both restriction enzymes; such an event occurs at each site independently with
probability papg > 0, and at site 0 by definition. On the sites 1,2,3, ... there are
an infinite number of such events with probability 1.

Theorem 3.2 Assume the sites for two restriction enzymes are independently
distributed with probability of a cut p4 and pg, respectively, and p; € (0,1). Let
Y, : be the number of solutions between the s-th and the t-th coincident cut sites.
Then there is a finite constant A > 0 such that

lim —IOg(YO’t) =

t—o00 t

A

Proof. For s,u = 0,1,2,... with 0 < s < u, we consider the double digest
problem for only that segment located between the s-th and u-th coincidence.
Let Y, ., denote the number of solutions to the double digest problem for this
segment; that is, with A; , and B; , the sets of fragment lengths given by the first
and second single digests, respectively, for only that part of the segment between
the s-th and u-th coincidence, and Cj ,, the set of fragment lengths produced
when both enzymes are used in combination for this same subsegment, Y, . is the
number of orderings of the sets A, ,, and B, that produce Cs .

It is clear that whenever s < t < u, given a solution for the segment between
the s-th and t-th coincidence and a solution for the segment between the ¢-th and
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u-th coincidence, one has a solution for the segment between the s-th and u-th
coincidence. Hence
)/s,u Z Yts,tY—t,u-

We note that the inequality may be strictas ¥ ,, counts solutions given by orderings
where fragments initially between, say, the s-th and ¢-th coincidence now appear
in the solution between the ¢-th and u-th coincidence. Letting

Xs,t = —log Ys,t

we have s <t < wuimplies X, , < X, + X; .

The assumption that the cuts occur independently and with equal probability
in each digest imply condition (ii) in the hypotheses of the theorem.

Finally, to show that condition (iii) of Kingman’s theorem is satisfied, let
n;,t = 1,2,..., be the length of the segment between the (¢ — 1)-st and -
th coincidence; note the n; are independent and identically distributed random
variables with E[n;] = 1/papp. The length of the segment from the start until
the ¢-th coincidence is given by m(t) = n; +ny + - - - + n,. There are 2(™(t)-1)
ways for either the first or second restriction enzyme to cut the remaining m(t) — 1
sites between 0 and m(t), and so the total number of pairs of orderings of Ag ;, and
By, is bounded above by 4™(*). Note that not all of these orderings are solutions.
Therefore,

Yo < 4™

or
Xo,: 2 —(log4)m(t)

)
E[Xo:] > Kt, where K = —log(4)/paps.

We may now conclude X/t — A with probability 1. Observing that the
existence of lim; _, o, log(Yp,;)/t is a tail event, independent of any finite number
of events, we see that A is constant.

In addition, we may show that A > 0 by the following argument. Iterating

)/s,u 2 Ys,t)/t,‘u.v
we obtain

t
Yot > H(Yi—l,i)
=1

and so
Eflog(Yy,¢)]/t > E[log(Y,1)]-

Because the example with multiple solutions depicted in Figure 3.1 has positive
probability of occurring under the probability model considered,

P(Yo1 >2)>0.
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This fact, together with the observation that by construction Yp; > 1, yields
Ellog(Ys,1)] = p > 0. Taking limits, we obtain A > u > 0.

Obviously A > 0, but it is important to prove A > 0. Otherwise Yp; could
have constant or polynomial growth and lim;_, % =0.

Theorem 3.3 Assume the sites for two restriction enzymes A and B are indepen-
dently distributed with probability of cut p4 and pg respectively, and p; € (0, 1).
Let Z, be the number of solutions for a segment of length | beginning at 0. Then

11m long = ApADB-

Proof.
For [, define t; by
m(t) <l <m(t; +1).
By definition of ¢;,

Yo, £ 21 £ Y0041

and

Y() t 7 Yog,_H tl +1
ot < —< —_—
JAm {log ¥ l} Jim log 7= < lim { B+l 1

Of course, log(Yp:/t) — A as t — oo. It remains to observe that

t t1+1

Zn,§l<mtl+1 an

=1

and
t ti+1
1 I t+1 1
- n; < — < Il S g,
1 4 t t LU+1 &
=1 1=1
so that
l 1
lim — = .
It PAPB
This proves that

z
fim °8(Z)

l— o0 l

= A\pApB.
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|
The consequence of this result is that for a segment of length m we have the
approximation

Z = exp(ym), where ¥ = papp);

that is, the number of solutions to the double digest problem increases exponen-
tially fast as a function of the length of the segment. This is not good news for
biology, where it is desirable to accurately map long stretches of DNA.

3.2 Classifying Multiple Solutions

The last section gave a proof that one should expect many solutions to DDP for
long DNAs. The difficulty with such results is that nothing explicit has been
given. The exponential growth rate is not known, and constants from Kingman’s
theorem are notoriously hard to determine. Because we saw a small example with
a multiple solution, it might be expected that these phenomena are not restricted
to extremely long DNAs. Even more problematic is the fact that nothing is given
about the classification of the multiple solutions and about the combinatorics. The
proof depends on coincidences of cuts; if all multiplicities of solutions were that
simple, it would be desirable to attempt mapping large DNAs. Of course, the
example had no coincident cut sites, so they cannot comprise an essential feature
of all multiple solutions. As might be expected, the structure of multiple solutions
is very complex. We proceed now to give some types of equivalent solutions
with examples. As usual, we are guided by the nature of the data to make the
definitions.

3.2.1 Reflections

Whenever 0 = (01---0,) and 4 = (- - m ) is a solution to the DDP, then
o' =(0n0n_y---0o1)and i’ = (Umtbm—1 - - p1) also solve DDP. We call (o7, u')
the reflection of (o, 1). The pairs of maps [A4, B] and [4’, B'] in Figure 3.2 are
reflections of each other, and they are both solutions of the same double digest
problem. In a very real sense, they represent the same solution to the problem,
as they differ only by an arbitrary choice of orientation. No fragment length data
could possibly distinguish one from the other. It is quite reasonable to consider
the set of solutions modulo the reflection relation.

3.2.2 Overlap Equivalence

We discussed in Chapter 2 and at the beginning of this chapter overlap data for
DDP. Overlap data is knowledge of whether A; N B; = @ or not. Many distinct
maps can have the same overlap data and it is a simple matter to describe them.
These solutions with the same overlap data will be called overlap equivalent.
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Figure 3.2: Reflections

If amap M has t — 1 coincident cut sites, then there are ¢ (connected) compo-
nents in the map. The components can be permuted in ¢! ways and any subset of
the components can be reflected, and clearly we obtain a solution that is overlap
equivalent to the map. Therefore, M is one of 2t! overlap equivalent solutions.
The number of components is t = |A V B|. If a component has one fragment in
the A or B digest, then permutations and reflections are equivalent. If s equals
the number of such components, 2¢ should be 2¢=.

Another way in which overlap equivalent solutions can occur is described
as follows. For each Bj, let A; = {A4; : A, C B,}, and for each A;, let
B; = {By : Bx, C A;}. Note that permutation of members of A; or B; give maps
overlap equivalent to the map M. We have the following theorem.

Theorem 3.4 If a map has t = |A V B| components, the number of overlap
equivalent maps is
2=t T 1A 1 T 1Bl
j=1 i=1

Proof. The interval graph representation of restriction maps implies that, within
a component, the only duplicate maps that are overlap equivalent are reflections
and permutations of fragments of one digest that are uncut by the second enzyme.

[

In Figure 3.3, we show two of the 233! = 48 distinct overlap equivalent
solutions which result from all rearrangements of components. In Figure 3.4, we
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Figure 3.4: Permutations in intervals

show two of the 2 x 2!3! = 24 different solutions which result from permutations
within intervals of uncut fragments and reflections.

The last theorem actually contains a characterization of overlap equivalence
classes.

Theorem 3.5 Overlap equivalence classes can be generated by permutations
and reflections of components along with permutations of single digest fragments
contained entirely within the single digest fragments of the other enzyme.
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3.2.3 Overlap Size Equivalence

In our discussion of overlap equivalence, we used the fact that A;N B 7 was known
to be empty or nonempty. Recall that, generally, sizes of fragments are all that is
known. This motivates the definition of the overlap size data of a map to be

{(4:.1, 1B,

Two solutions to DDP with data {a;---an}, {b1- bm}, and {c, - -} are said
to be overlap size equivalent if they have the same set of overlap size data. The
following propositions make formal evident facts.

|Csl) : Cs = A, N B, } .

Proposition 3.2 When {a,,a,...} and {b1,b,, ...} each have all elements dis-
tinct, then overlap equivalence is identical with overlap size equivalence.

Proposition 3.3 Overlap equivalence implies overlap size equivalence.

But when the A or B digest contains multiple fragments of the same length,
then overlap size data give less information about the map than the overlap
data. This loss of map information corresponds to our inability to experimentally
separate and thus distinguish between different pieces of DNA having the same
length in a given digest.

Given a solution [A, B] to size data, the problem of describing the set of all
solutions which are overlap size equivalent to [A, B] is much more difficult than
describing those solutions which are overlap equivalent to [4, B]. For example,
in Figure 3.5 the overlap equivalence classes of the pairs [A4, B] and [4’, B'] are
disjoint from each other, each containing 3!(3!)3 = 1296 maps, whereas [A, B]
and [A', B] are overlap size equivalent. The overlap size data for [A, B] and
[A’, B'] are listed next:

[A,B] [A,B]
(2,15,2) (2,15,2)
(4,15,4) (7,15,7)
(9,15,9) (6,15,6)
(7,15,7) (4,15,4)
(3,15,3) (3,15,3)
(5,15,5) (8,15,8)
(6,15,6) (9,15,9)
(1,15,1) (1,15,1)
(8,15,8) (5,15,5)

This simple example indicates one of the essential difficulties in trying to
describe the overlap size equivalence class of any arbitrary restriction map [A, B):
The uncut fragments no longer need be permuted only within intervals. Suppose
that fragments B; and B; of B have the same length. Let A; and A; be the
intervals of uncut fragments of A contained in B; and Bj, respectively, and let L;
be the sum of the lengths of the fragments in .4;. Then, in the process of finding
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Figure 3.5: Overlap size equivalence

all solutions which are overlap size equivalent to [A4, B], one must determine all
subsets S of A; U A; such that the sum of the lengths of the elements of S is equal
to L;. But this is a version of the set partition problem which is known to be a
very difficult computational problem. (See Chapter 4.)

As this approach to classifying solutions has severe computational limitations,
we turn to another approach we call cassette equivalence classes. First, we
introduce some graph theory and prove in Section 3.2.5 a relevant theorem. Then,
in Sections 3.2.6 and 3.2.7, these ideas are applied to restriction maps.

3.2.4 More Graph Theory
We edge color the graph G(V, E) in [ colors by the function

frE—{1,2,...,1}.
Apath Q = x12, - - - T, satisfies {z;2;41} € Efor1 <i<m — 1. We say
that @ is a cycle if z; = z,,. Denote the reflection of Q by Q" = Ty - - 71
A path or cycle is called alternating if the colors of consecutive edges are
distinct:

(@i, iv1) # f(Tig1,Tiva).
A path or cycle is called Eulerian if every e € E is traversed by Q exactly
once. Setd. (v, E) to be the number of ¢ colored edges of E incident to v. Clearly,
the degree of v in E d(v) = d(v, E) satisfies

l

d(v,E) =Y dc(v,E).

c=1
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A vertex is not balanced if

maxd.(v,E) < d(v,E)/2

and a balanced graph is a graph with every vertex balanced.
The following theorem will be useful for studying restriction maps.

Theorem 3.6 (Kotig) Let G be an edge colored, connected graph with vertices
of even degree. Then there exists an alternating Eulerian cycle in G if and only if
G is balanced.

Corollary 3.1 If G(V, E) is an edge bicolored (I = 2) connected graph, there
is an alternating Eulerian cycle in G if and only if di(v, E) = dy(v, E) for all
veV.

3.2.5 From One Path to Another

Let F = xy---2;---2; Tk Tp ' Tm be an alternating path in an edge
bicolored graph G, with z, = z; and z, = z;. Set F = F\F, F3 F4Fs with F} =
oz, =z, B3=x5cxk, Fy =2k xn,and F5 = 2 - Ty,
The transformation

¢ F = F1F2F3F4F5 — F* = F1F4F3F2F5

is called an order exchange if $(F) = F* is an alternating path. See Figure 3.6.
Also denote the order reflection FF = F1FoF3 — F* = RiFJFs ifx; = ¢ F*
is an alternating path. See Figure 3.7. Let X = z;-- -z, andY = y; - - -y be
arbitrary cycles in G. Theinterval ;11 - - - ;41 of X coincides withy; 1 - - - y;4
of Vifw,yp = y;qx for 1 <k <[, wherei + k and j + k are taken modulo m.
We define the maximum [ of vertices in coincident intervals between X and Y to
be the index ind(X,Y).

\_/
X, X=X; X
FI‘
Fi Q F
G & )
X, X=X X,

Figure 3.6: Order exchange Figure 3.7: Order reflection
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Theorem 3.7 Two alternating Eulerian cycles X and Y in an edge bicolored
graph G can be transformed into each other by a sequence of order transforma-
tions, that is, by order exchanges and order reflections.

Proof. Let X and Y be the cycles of the theorem. Define

C = {X, : X, is obtained from X by order transformations},

where X = z;---z,,. Choose X* € C having the maximum length coincident
interval with Y

ind(X™*,Y) = max{ind(X,;,Y) : X; € C}.

The theorem states that ind(X*,Y) = m.

Suppose the theorem is false, namely that ind(X*,Y) = | < m. Label the
graph so that the coincident intervalsof X* = z;-- -2, and Y = g, - - - y,,, begin
with z; and y,.

Setv=1a; =y, w=2i+1, 4 = Y41, €1 = (v,w), and e; = (v,u), u # w,
so that ey and e; are the first distinct edges of X* and Y. See Figure 3.8.

W=Xpy

U=V
Figure 3.8: X* andY divergeatz; =y, = v

Because X* and Y are alternating paths, f(z;—1,2:) # f(zi,2i41) = f(er)

and f(yi—1,y1) # fly,yn) = fle2). As (T, ) = (yi—1,y1), we have
f(e1) = f(ez2). The edge {v, u} must be in X* because it is Eulerian. There are
two cases:

Case i. The edge e; in X* has direction z; = u, ;41 = v. Thus X* =
Ty VWUV Ty Set =20, B, = vw - cuv,and F3 = v -1,
Because (v, w) and (v, u) have the same colors,

&(F) = RF]F; = X**

is an order reflection. Therefore, X** € C and ind(X**,Y") >ind(X*,Y), which
Is a contradiction.
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Caseii. Suppose, instead, that the edge e, in X* has direction z,, = v, Tn41 =
u.

*
X :xl...xlw...znxn_%l.‘.xm’

where £; = £, = v, T,41 = u. Define

X' =X1X,X3,
where

Xy =z a2y,

Xy =2 Tp,
and

Xs=2x, T,
We now introduce a Lemma.
Lemma 3.1 There is a vertex xj, j > n, in X3 that is also in X;.

Proof. X* and Y coincide until z; = y; = v. Because z;4; = w # Y141 = u,
the path z;4, - - - x,, must contain the edge {u,v}. In fact, (z,,Tnt+1) = (v,u)
and (Y1, y141) = (v, u). So there exists aminimum s > [ such that y; is a vertex in
X2 =z -+ x,. Thismeans that (y;_1,¥y:) ¢ X> so that this edge (y:—1,¥:) € X3
as it cannot belong to X;. This means there is a y; such that y; is a vertex in X,
and in X3, ]

Now write

X* =F1F2F3F4F5,
where
F] = :I/‘l ...:I/‘l
=z Tk = X;j
F3=Ik-~'27n Ty =Tnp

Fr=x, -z
F5=Zj'~-.’l,'m.

Suppose f(zk-1,7k) = f(Tj-1,2;). Then f(zx,zr+1) # f(z;-1,7;) and
the order exchange

X = FiF4F3Fy Fs

is an alternating cycle if the following hold:
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fl@iot,21) # f(Tn, Tny1)
flxio1,25) # floe, 2rg)
f(@n1,30) # flo, 1141)
flzr-1,zx) # f(xj,2541).

Now f(zk,zk+1) # f(zj—1,2;) by assumption, so the second condition holds.
The fourth follows easily from this. For the first condition, f(z;—1,2;) #
f(@n, Tns1) = flv,w) = f(v,u) = f(2n,Zns1). The third condition easily
follows. Because the initial [ 4+ 1 vertices of X** and Y coincide, we have
ind(X**) >ind(X*,Y") which is a contradiction.

Suppose, instead, that f(zx_;,zx) # f(z;-1,2;).
Consider

F1F2F3F4F5 — F]FQ(F3F4)TF5 = F]FzFIF;Fy

This is an order reflection, by use of the assumption f(zx—1,zx) # f(z;,2j-1)
and f(zk,2k41) # f(z;,2;41). Finally,

F](FQF:)TF_{Fs — F1F4F2TF3TF5

is also an order reflection because, checking the edges,

f(Il,Iz—l) # f(In,l"n+1)

and

f(l'H.],Il) 75 f(-rnvxn-H)-

Again, F\F4FJF{Fs = X** satisfies ind(X**,Y) >ind(X,Y") for the final
contradiction. n

3.2.6 Restriction Maps and the Border Block Graph

Now we apply these general results to restriction maps.

The bases of the DNA being mapped can be considered an interval [1, N],
with fragments intervals [4, j], ¢ < j. Order can be defined by [i, 5] < [k, ] if
i <k A={A4,4,,...,A,} is now just a set of non empty disjoint intervals
called the blocks of A, where UA; = [1,N]and A; < A; if i < j. Note that we
have required A to be ordered here. The double digest problem DDP(a, b, c) is
still just the problem of finding maps [A, B] satisfying a = || 4|, b =
c=C].

In this section, we define a new graph on restriction maps, the border block
graph, after which we show that every restriction map is an alternating Eulerian
path in the border block graph. We will assume for simplicity that there are no
common cut sites, that is, |A A B| = |A| + |B| — 1.

The inclusion of block A; is the set of intervals contained in A;:
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I(Al) = {Cj : Cj C Ai}.
Our interest is when the inclusion contains at least two blocks. Obviously [Z(A4;)N
I(BJ)| =0orl.
When |Z(X)| > 1, C* € I(X) is called a border block when

C*= min C,
C;€I(X)
or
C*= max Cj.
C;eI(X)

The set of all border blocks of (A, B) is B. Clearly, Cy € 5 and C; € B because
we have assumed |A V B| = 1.

Lemma 3.2 (i) Everyborder block belongs to exactly wo I(X), |I(X)| > 1,
except Cy and C; which belong to one, and

(i) every I(X) with |Z(X)| > 1 contains exactly two border blocks.

Define Z*(X) to be the set of border blocks of Z(X) with |Z(X)| > 1. Let
the set of all border blocks be

T ={T"(X):|Z(X)| > 1}
and

V = {|Ck| : Cx € B}

be the set of border block lengths. Here, if C, # Cp satisfy |Co| = |Cgl, they
correspond to the same element of V. The graph H is an edge bicolored graph
(with colors A and B), H(V, E), with each edge in E corresponding to a pair of
border blocks in B.

E = {(IC:}1G5]) = (Ci, C5) = T7(X), |T(X)] > 1}

Two vertices in V might be joined by more than one edge. The color is A if
X = A, for some ¢, and the color is B if X = B, for some j. The graph H is
called the border block graph of (A, B). See Figure 3.9 for an example of H.

Lemma 3.3 All vertices of H except for |C,| and |Cy| are balanced.

If |C1] and |C}| are not balanced, then

da(IC1], E) = d(|C1], E)| = 1

and
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Figure 3.9: Restriction map and H, the border block graph (A solid, B dashed).

[da(ICi, E) = dB(|C1], E)| = 1.

This lemma and these equalities imply that by adding one or two edges, H
can be transformed into a balanced graph.
Order the border blocks in B:
€, <0y, < C

From Lemmas 3.2 and 3.3 it follows that m = |Z| + 1.

Theorem 3.8 The path P = |C;,||C,| - - - |C;,, | is an alternating Eulerian path
in H.

Proof. For each two consecutive blocks C;, C;,,, in B there is Z(X) € 7
containing these blocks. n

3.2.7 Cassette Transformations of Restriction Maps

In this section, we introduce cassette transformations that define an equivalence re-
lation on restriction maps. Each member of an equivalence class solves the same
DDP=DDP(a,b,c). The correspondence between restriction maps, the border
block graph and alternating Eulerian paths characterizes equivalence classes de-
fined by these cassette transformations.

As usual, A and B are single digests and C = AA B = {C),...,C,}. For
each pairz, 7 with 1 < i < j <[ define

Ic ={Cy: C; < C < Cj},

which is the set of intervals from C; to C,. The cassette defined by I, is the
pair of sets of intervals (14, Ig), the sets of all blocks of A and B, respectively,
that contain a block of Ic. Define m4 and mp to be the minimal elements of
the leftmost blocks of 4 and Ip respectively. The left overlap is defined to be
ma — mp. The right overlap is defined similarly, by substituting maximal for
minimal, and rightmost for leftmost.
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If two disjoint cassettes of solution [A, B] to DDP(a, b, ¢) have identical left
and right overlaps and if, when the overlaps are non zero, the DNA comprising
the overlap is a single double digest fragment, then they can be exchanged as in
Figure 3.10 and we obtain a new solution [A’, B'] to DDP(a, b, ¢). Also if the left
and right overlaps of a cassette have the same absolute value but different sign,
then the cassette can be reflected as in Figure 3.11 and we obtain a new solution
[A", B"] to DDP(a, b, c).

Analogous to the inclusion sets Z( X ), define the inclusion sizes to be multisets

T,(X) ={|Ci| : C; € I(X)},
and for |Z(X')| > 1, define the border block sizes as

I, (X) ={ICi| : Ci e T7(X)}-

For |Z(X)| = 1, set Z}(X) = {0,0}.
The inclusion bordersize data is correspondingly defined by

"D = ({(Z;(4:), Z:(A1)) : Ai € A}, {(Z3(B;), I.(B;)) : B € B}).
These data 7* distinguishes the border block sizes from those of the fragment.
It is clear that 7*D determines the border block graph uniquely. Next we

remark that cassette transformations do not change Z* D.

Lemma 3.4 Suppose [A', B'] is obtained from [A, B] by a sequence of cassette
transformations. Then T* D[A, B] = T*D[A’, B'].

1] 4 [ 3 i 4 | 5 .3 1 a

1 l 1 — | 1 .

3 v 3 g2 8 |3 | 7 | 5

! T ' | ! !

(lp 2 gty 2 g1y 4 [ 2 | 2 | 2 g1y 4 |3 | AnB

I 1 T — 1 1 T
_________________ - Tt

(4 5 2| 4 4 3 5 L3 0,

1 l 1 1 1 1 | |

| -I;-"i 3 i 8 11 3 | 2 i 7 | s

! ! ! 1 B 1 2

12 | 2 (1] 4 2 2 it 2 il 43 e

T I I |

Figure 3.10: Cassette exchange
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(b3 g 12 L3 |
[ x I 14
12 4 | 6 3 3 gty
| ] 1 [ I 1 8
phydrp 22 6 [ 3 gl 2 |ty
N I B | s B
<--""" BRI
(3 g 12 |3 | a4
] | T |
L2 3 503 6 |4 g1 g
1 | | | | 1
lli 2 1 3 | 6 12 | 2 [IIA/\B
T 1

Figure 3.11: Cassette reflection

The next lemma states that order exchanges and reflections in the border block
graph correspond to cassette exchanges and reflections in restriction maps.

Lemma 3.5 Let H be the border block graph of [A, B| and P be the alternating
Eulerian path in H corresponding to [A, B.

(i) Let[A’, B'] be obtained from [A, B] by a cassette exchange (reflection) and
P’ be the alternating Eulerian path corresponding to [A', B']. Then there
is an order exchange (reflection) taking P to P'.

(ii) Let P’ be obtained from P by means of an order exchange (reflection). Then
there is a cassette exchange (reflection) taking (A, B] to [4', B'|, where P’
corresponds to [A', B'].

Finally, we can introduce an equivalence relation, cassette equivalence on
the set of all solutions to DDP. We have [4, B] = [A4', B'] if and only if there
is a sequence of cassette transformations and permutations of non border block
uncut fragments transforming [A4, B] into [A’, B’]. This equivalence relation
partitions the set of solutions into equivalence classes, where each equivalence
class corresponds to the border block graph (Lemma 3.4). The next theorem
characterizes equivalent restriction maps.

Theorem 3.9 [A, B] = [A’, B'] ifand only if T*D[A, B] = 1*D[A’, B'].

Proof. Assume I*D[A,B] = I*D[A', B']. Then the border block graphs of
[A, B] and [A', B'] coincide, call it H. By Theorem 3.8, the maps [A4, B] and
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[A’, B'] correspond to alternating Eulerian paths P and P’ in H. By Theo-
rem 3.7 there is a sequence of order transformations taking P to P’. Therefore
by Lemma 3.5 (ii) there is a sequence of cassette transformations taking [4, B] to
[A’, B']. The other implication follows from Lemma 3.4. [

3.2.8 An Example

Recall the example from Section 3.1.1 which appears again as Figure 3.12. This
problem has 208 different solutions which fall into 26 different overlap equivalence
classes: 13 classes with 4 members each, and 13 classes of 12 members. The
solution [A, B] in Figure 3.12 has an overlap equivalence class containing four
elements, which are generated by the reflection of the whole pair, and the several
of the uncut fragments of length 3 and 6 in B. The overlap equivalence class of the
solution [A’, B'] contains 12 elements: 3! = 6 permutations of uncut fragments
in B multiplied by a factor of 2 for the reflection of the pair.

Somewhat surprisingly, the overlap size equivalence classes do not correspond
precisely to the overlap classes even in this rather small problem. There are 25
overlap size equivalence classes of solutions to this DDP: 11 classes of 4 members,
13 classes of 12 members, and 1 class having 8 members. The solution [4, B] in
Figure 3.12 is a member of this unique class of eight solutions, which is the union
of two different four-element overlap equivalence classes.

When we move to cassette equivalence classes, the situation changes. The 208
solutions fall into 18 cassette equivalence classes. The largest has 36 members, 2
have 24 members, 1 has 20 members, 4 have 12 members, 4 have 8 members, and
6 have 4 members. The cassette equivalence class corresponding to [4, B] has

11 3 | 12 | 3 |
I I T I
L2 4 | 6 | 3 | 8 'y B
[ | [ I I T
1117, 2 2 6 | 3 1) 2 41, c

(1 3 12 L3 1 &
1 i I 1
L3 3 6 112 4 | B
f l T ™ T |
|1| 2 1 2 | 6 1 2 1 3 | c

Figure 3.12: Multiple solutions
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/ Ql Q 5 (A.B)

Figure 3.13: Border block graph for Figure 3.12

36 members, the largest, whereas that corresponding to [A’, B'], has 24 members.
See Figure 3.13 for the corresponding cassette equivalence classes.

We now consider the set of all pairs of restriction maps [4, B] with a =
{1,3,3,12} and b = {1,2,3,3,4,6}. There are 4!6!/212! = 4320 different
pairs having this data, with 36 different vectors ¢ = {c; ...}, that is, there are 36
different double digest problems DDP(a, b, ¢) having these values of a and b.

Problems

Problem 3.1 DNA molecules also come in circular form. We digest such a
molecule with enzymes A and B. The quantities |A[, |B|,|A A B|,and|A Vv B|
are defined as in the linear case. (i) If A and B have no coincident cut sites, state
and prove a formula for |4 A B|. (ii) For the general case with [A V B| > 0, state
and prove a formula for |A A B|.

Problem 3.2 If p4 and pp belong to (0, 1), show that there are an infinite number
of coincidences with probability 1.

Problem 3.3 Suppose we are mapping three enzymes A, B, and C and that the
sites are independently distributed with cut probabilities p4, pg, and pc respec-
tively. Although other definitions are possible, define a solution as a permutation
of A, B, and C fragments to give the same set of triple digest fragments. Define
Y,,: and X, as in Theorem 3.2.

(1) State the three enzyme generalization of Theorem 3.2.
(ii) Find K for the proof of the theorem in (i).

Problem 3.4 Present an example to show P(Yp; > 2) > 0 in the proof of the
theorem of Problem 3.3.
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Problem 3.5 Prove the inequality Yy ;, < Z; < Yp 4,4 that appears in the proof
of Theorem 3.3.

Problem 3.6 In view of Theorem 3.4, check the number of overlap equivalent
solutions in Figures 3.3 and 3.4.

Problem 3.7 Change the definition of cassette exchange so that overlap size
equivalence is preserved.

Problem 3.8 Use Figure 3.10 to show cassette exchange does not always result
in overlap size equivalence.

Problem 3.9 Given the following map and restricting yourself to cassettes that
include the length 5 fragments, find a cassette interchange that results in cassette
equivalent maps. (You might want to xerox the figures so that you can play with
possible cassette interchanges.)

3 S L2 4 2 ] 5 L]

( T \ ( | 1 A

L2 0 3 4 | 4 | 4 2 3

{ I | | I | | | B

2 gty 24 3 gty 3oty 2 gty 2 12 1 lia.B
l | . T1

| | |
[ i f 1T i I L
Problem 3.10 For arestriction map with AA B = {C},C,, ... C,} give an upper

bound for the number of cassettes.

Problem 3.11 Prove that if the graph is bicolored (! = 2) and balanced, then
di(v, E) = dy(v, E).

Problem 3.12 If cassette exchange is defined as exchange of cassettes with iden-
tical left and right overlaps, give an example to show the border block graphs need
not be identical.



Chapter 4

Algorithms for DDP

In this chapter we study methods for making restriction maps. Initially, we
discuss algorithms and measures of their difficulty. Then we formulate different
approaches to the double digest problem (DDP) that was described in the last
chapter.

4.1 Algorithms and Complexity

In many areas of modern science we are faced with the task of solving a problem
P by computation. Assigning airplanes to passengers, for example, is a nontrivial
problem now routinely solved by computers. Throughout this course we will be
considering various problems that must be solved by computation. Problem DDP
is one, of course. Before the specifics of DDP are considered, we will give a brief
general discussion of algorithms.

The method of solving a computational problem is called an algorithm. Knuth
in his classic volumes on The Art of Computer Programming lists five important
features of an algorithm that distinguish it from commonly used words like recipe,
procedure, and so on. (1) An algorithm must stop after a finite number of steps.
This requirement shows the influence of computers; we are not interested in
methods that take literally forever. (2) All steps of an algorithm must be precisely
defined. This shows awareness that it must be possible for algorithms be coded
by the reader, or else the algorithm is not well defined. (3 and 4) Input to the
algorithm (zero or more) must be specified, as must output. There must be at
least one output. Finally, Knuth lists (5) effectiveness by which he means that the
operations of the algorithm are basic—they could be done by a person using pencil
and paper in finite time. Be aware that finite time might be trillions of years.

As we will be dealing with combinatorial problems on finite sets, the problem
can always be handled in a finite number of steps. In the precomputer era, all
finite problems tended to be lumped together. Not today, however. The old saying
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“there are many roads to Rome” holds true for a computational problem. There
are many roads, and some of them are a good deal shorter or more scenic than
others.

There are various ways of measuring the effectiveness of an algorithm. One is
the time required to execute the algorithm on a given computer model. Computer
models began with Charles Babbage in the early and middle 1800s. Technology
held Babbage back, as he had to design a mechanical and not an electronic
computer. The idea of programming computers is due to his contemporary, Ada
Augusta, Countess of Lovelace. The first computer model of the modern era is
that of Turing in the 1930s who conceived of an automaton with an infinite paper
tape of squares and instructions that could cause the tape to move one square to the
left or right and to mark the square or to erase an already marked square. These
simple four operations are very powerful and have a linear, sequential memory.
Modern existing computers have random access memories, and models of these
computers also exist.

Let us for the moment assume a set of basic operations. Given our problem
P, we ask for the number of basic operations needed by an algorithm to solve
P. Essential to this discussion is a measure of problem size. Usually we will
loosely indicate problem size by the number of nodes in a graph or the number of
elements in a sequence. One can be more precise, but this will suit our purposes.
To measure the number of operations some nice notation has been developed. For
example, the algorithm, for a problem of size n,

for i=1 to n
T, =x; + 1
takes n additions, whereas the algorithm

for t=1 to n
for j=1 to n
Tij = 2;2,-]-
takes n? multiplications. Here, the idea of a loop is introduced along with the
notation a « b for assignment, which means replace a by b. z; « z; + 1
means that 1 is added to the number in location x;. Clearly, the usual = notation
is inadequate: 2 = 2 4 1 is both wrong and confusing. If both addition and
multiplication are considered basic operations, we say that the first algorithm has
time complexity O(n) (read, of order n) and the second has time complexity
O(n?). Note that time complexity is measured as a function of n, the so-called
problem size. A problem P has polynomial complexity O(n*) if 0 < k < oo
satisfies

k = min{l : some algorithm solves P in time complexity O(n')}.

A problem which has no polynomial time algorithms is called an intractable
problem. It is of interest to note that intractable problems are essentially inde-
pendent of the computer model. Classes of problems in logic have been shown
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intractable. Of great interest to us is another class of problems for which no
polynomial time algorithms are known but of which there is no proof that they
do not have polynomial time algorithms. This class is known as NP-complete
problems and all problems in the class are of equivalent difficulty. If one of
these problems could be solved in polynomial time, they all could be. If one
could be shown to require exponential time, they all would require exponential
time.

We present two problems in the class NP-complete. The first is the traveling
salesman problem (TSP). We are given a finite graph whose vertices are cities and
all edges between all vertices exist and have positive weights (distances). The
TSP is to find the shortest route to visit all cities. Obviously we can solve the
problem by considering all n! routes, but this solution is not polynomial.

Our second NP-complete problem is presented in the next section, in which
we also prove that DDP is NP-complete.

4.2 DDPis N P-Complete

Our second NP-complete problem is the partition problem.
In the partition problem, we are given a finite set F, say |F| = n, and a
positive integer f(a) for each a € F and wish to determine whether there exists

a subset F’ C F such that
Yo fla)= > fla).

a€F'! a€EF~F'

Of course, if ) . f(a) = J is not divisible by two, there can be no such subset
F'

To prove a problem P is NP-complete there are two requirements: (1) A
possible solution must be checked in polynomial time. (2) An algorithm that
solves P must solve one of the NP-complete problems.

Theorem 4.1 DDP is NP-complete.

Proof. Let the problem data be a = ||A||, b = ||B||, and ¢ = ||C||, where ¢ is
the double digest data. The number of elements in c is |A A B.

To verify that (o, i) solves DDP, find the elements of C(o, i) by first finding
the locations G of the double digest points )., o, air and 3, . by for
1<i<|A|-land1 < j < |B|-lalongwithOand L. G = {go,91,---,9anB|}
is a multiset. Then, if G is ordered,

Clo,p) = {cjlo,p) : ¢j(o,p) = g; — gj—1 forsome 1 < j <|AA B|}.

A set can be ordered in time less than the square of the number of elements. (See
Problem 4.7). Now check that ¢ = C(o, ) by first ordering ¢ and C(o, 1) and
then checking that the ¢-th elements of the ordered sets are equal.
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To complete our proof, we use DDP to solve the set partition problem. Using
the notation introduced above, consider as input to DDP the data

A= {f(ax): 1<k <n},
B = {J/2,J/2},
C=AANB=A.

Itis clear that any solution to DDP with these data yields a solution to the partition
problem through the order of the implied digest C. ]

4.3 Approaches to DDP

Due to the basic difficulty of DDP, we are not likely to find a polynomial time
solution. Still, other NP-complete problems have been approached by useful
heuristic methods. In some cases these methods have been of great practical
value. It is wise to look at the structure of the problem to guide us. Three
approaches suggest themselves.

4.3.1 Integer Programming

First, we introduce a bit of notation, assuming a solution. We “assign” double
digest fragments ¢, ..., ¢janB| by

(ClY"’7CIA/\BI)E = (al7"'7an)7

. . AAB
where E is a |A A B| x n matrix of zeros and ones. We have a; = L:l l Ck€hi.

Similarly,

(c1, - sepanB)F = (b1, .., b)),
where F is an | A A B| x m matrix of zeros and ones. Obviously we wish to assign
each C fragment once and only once to each single digest. Therefore, we have
the additional identities 3-7_ e;; = land ;% fux = 1.

The above equations are wishful thinking, as they derive properties of a
solution. However, DDP is solved by finding consistent solutions to the two
systems:

minimize {a + 3}
where o, 8 € I,

—a<a; —(cE); <a foralli =1,...,n,

e;; € {0,1} for all ¢, 3,

Sre ik =1 foralli =1,...,|AAB|,
—B<b;—(cF); <P forallj=1,...,m,

fi; € {0,1} for all 1, 7,

Y fu=1 foralli=1,...,|AA BJ.
k=1
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This is a problem in integer linear programming and the packages available have
not proved too useful for DDP.
If measuring error proportional to size is desired, then for the A digest, for

example,

—a<a—(cE)iLa
could become

BN Rl G2 PN

€a;
or
—ea;a < a; — (cE); < —ea;a.

Because ¢ and a; are both constants in this linear system involving the variables
a, 3, and E = (e;;), the system remains a linear integer programming problem.

4.3.2 Partition Problems

Another approach to DDP is to consider it as a complex, interrelated partition
problem. Each a; is the sum of disjoint ¢:

ay = :E: Ck

k€R,

=Y«

k€ERn

where UR; = {1,2,...,|AAB|}and Re N R; = 0,1 # j.
Likewise

bl=zck

kES)

bm,;: j{: Ck

k€Sm

when US; = {1,2,...,|AAB|}and S;NS; = 0,1 # j.

Thus it is quite natural to think of DDP as a partition problem. In fact this
approach is just a restatement of the integer programming formulation. Several
programs are based on such an approach. Our theorem on multiple solutions
should sound a note of caution. Because many solutions to the two systems are
likely to exist, each system alone will have many more solutions. Some scheme
to simultaneously and consistently solve both at once is desired.
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Overlap is easy to handle because the i-th A fragment overlaps the j-th B
fragment if and only if R; N S; # ¢. Our earlier interval graph methods give a
rapid means of obtaining a map from overlap data and for testing possible solutions
for consistency with a restriction map, that is, interval graph.

4.3.3 TSP
The TSP minimizes the cost of permutation of {1,2,....,n}. Problem DDP has
two permutations, one of {1,...,n} and one of {1,2,...m}, but any compu-

tational scheme to minimize the salesman’s tour might be adapted to DDP. A
salesman’s tour is identified with a permutation of the A digest, say. Thus, the
idea is to have two salesmen (named A and B) who work together to minimize
some route cost. They both tour cities, n cities (for A) and m cities (for B), and
their reward is the goodness of fit to the double digest data C. In this hybrid
problem, the cities A visits and the cities B visits are disjoint—they could be in
different countries. We consider one such approach in the next section.

4.4 Simulated Annealing: TSP and DDP

4.4.1 Simulated Annealing

Suppose we are to minimize the function f : V' — R, where |V| < oo. The
method of simulated annealing was proposed by Metropolis and others in 1953
and has the following statistical mechanical interpretation. It must be emphasized
that statistical mechanics is providing motivation only. The algorithm is developed
by analogy with statistical physics. The set V' can be thought of as the set of all
possible configurations of some physical system; the quantity f(v) is the energy
of the system when in configuration v with T playing the role of temperature. The
Gibbs distribution from statistical physics then gives the probability of finding the
system in a particular configuration at some given temperature. We will explicitly
present the Gibbs distribution below. At high temperature, the system can be
found in any of its states with approximately equal probabilities whereas at low
temperature, it is more likely that the system will be in a low energy configuration.

Let us contrast two standard optimization techniques. The simplest gradient
method for discrete optimization chooses a point v from the neighborhood of
the current point w. If f(v) < f(w), the algorithm moves to v. Otherwise, it
stays at w. When no neighboring points yield smaller f(v), then the value f(w)
is returned as the minimum. There are many options in constructing a gradient
algorithm, but the general idea is to go downhill until at least a local minimum is
achieved. A difficulty with the algorithm is that once a local minimum is located,
the algorithm terminates. In contrast, take simple Monte Carlo methods for finding
the minimum. Here, points from V" are chosen at random with probability 1/|V|.
The minimum values of f(v) are recorded as the random sampling proceeds.
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This method has an advantage over deterministic searching in that the function
evaluations can be spread over the configuration space in an unbiased manner.
Local minima present no particular problems, but a large |V'| makes it unlikely
to find a minima. Thus, the appealing features of the gradient method are lost.
Simulated annealing combines both these approaches in a novel manner.

We present now a description of the simulated annealing algorithm which we
will also call the Metropolis algorithm. Let V' be a finite set of elements, and f be
a function that assigns a real number to each element of V. Suppose we wish to
find an element v* € V that corresponds to the global minimum value of f; that
is, find v* € V such that f(v*) = min,ecy f(v). Forany T > 0, let w7 be the
Gibbs distribution over V, given by

mr(v) = exp{-f(v)/T}/Z,

where Z, the partition function, is chosen such that ZvEV mr(v) = 1; that s,

Z = exp{—f(v)/T}.

veV

Note that for large values of T the distribution tends to be uniform over V, whereas
for small values of T the favorable elements of V/, that is, those elements of V' for
which f(v) is small, are weighted with a large probability.

In fact,

. 1
Too(V) = Tleoo mr(v) = i

and 7 (v) corresponds to simple Monte Carlo sampling. At the other extreme,

{0 if f(v) > min{f}
{w: f(w) = min{f}|7" if f(v) = min{f}

and 7(v) is uniform on {w : f(w) = minyey f(v)}.

It is not obvious how to perform a simulation of the distribution 77 without
computingall f(v),v € V. This would defeat the purpose of the simulation which
is to estimate the minimum without computing all f(v). A method can be based
on the theory of Markov chains. Essentially a Markov chain is a sequence of
random variables { X, },>0 where the probabilities are specified in the following
manner. Let 4 = (p1, 2, - . -, pyv)) satisfy

mo(v) = Tlirg)r mr(v) =

u(2) = P(Xo =1).
w is called the initial distribution of the chain and 3;u(¢) = 1. Then
IP(X() - i(),X] = i], RN Xn = 'Ln) = u(io)p(io,il)p(il,iz), o ,p(in_l,in).
We have defined the |V |? transition probabilities by

p(1,J) = P(Xeq1 = j| Xi = 9).
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Observe that conditioning on the past up to and including k-th state X} is equiva-
lent to conditioning on the k-th state. Define P = (p(t, 7)). The n-step transition
probabilities

p(n)(isj) =P(Xn+m =J[Xm =1)

are obtained from raising P to the n-th power: P = (p{™)(i, 5)).

The period of a state d(i) is defined to be the greatest common divisor of all
k > 1 such that p*(i,i) > 0. All states i and j for which there is a path of
positive probability from ¢ to j and from j to i (i and j communicate) have the
same period d(i) = d(7). A Markov chain is aperiodic if d(i) = 1 for all states i.
The following theorem is standard in the theory of Markov chains.

Theorem 4.2 Let P be the transition matrix of an aperiodic finite Markov chain
with all pairs of states communicating. Then there is a unique probability vector
7 = (my, ™, . ..) called the equilibrium or stationary distribution of P satisfying

(a) im pP™ = 7, for all initial distributions p,

and
(b) P = .

The interpretation of (a) is that whatever the initial distribution on the states,
wherever the chain starts at, as the process proceeds from state to state, it will
have limiting distribution 7. The equation in (b) is a method by which 7 can be
verified to be the equilibrium distribution. Assuming (a), it is easy to prove (b):
7 = limy oo uP™ = lim,,_. oo pP*"'P = 7 P.

We now turn to defining the Metropolis algorithm. The idea is to construct a
Markov chain with state space V' that has 7 as its stationary distribution. The
first step is to define for all v € V a set of neighbors N,, C V where transitions
from v have the property that the resulting Markov chain has all pairs of states
communicating. This means that for all v,w € V we must find, for some &k,
V1, V2, . . . Vg satisfying

v € Ny,v2 € Nyj,..., 0 € Ny,_,,vEN,,.
Then, if the transition probabilities satisfy
Pr(X, =v|Xno1 =w) = pr(w,v) >0
forall v € N, all pairs of states communicate. We also require
v€ N, ifandonlyifw € N,

and

N, |=

.
Ny |.



Algorithms for DDP 73

Finally, we define pr(w,v) by
pr(w,v) = 0if v is not in N,

and

pr(w,v) = ae)(p{_(f(r;\)f_l f(w)*/T}

and pr(w, w) is fixed by the requirement

Z pr(w,v) =1/a.

VEN,

ifv € Ny,v#w,

Theorem 4.3 (Metropolis) The Markov chain pr(v,w) with state space V de-
fined above has equilibrium distribution 7,

_ exp{~(v)/T}
[T}

Proof. We have only to prove 7 satisfies (b) of Theorem 4.2. First, we show
wr satisfies the balance equation

7TT(’U)

pr(w,v)rr(w) = pr(v, w)rr(v).

For v = w, the equation is trivial. Forv # w,

exp{=(f(v) = f(w))*/T} exp{—f(w)/T}
|Nul Z
_ =) = fw)* + f(w)]/T}
|Nw|Z
exp{— max{f(v), f(w)}
|Nw|Z '

pr(w,v)rr(w) = o

As |Ny| = |Ny|, the last expression is symmetric in v and w, and the balance
equation holds. To finish the proof, sum the balance equation over w € V:

> pr(w,v)rr(w) = > pr(v,w)rr(v)

weV weV
= mr(v) Z pr(v,w) = mr(v).
weV
]
Therefore, a probabilistic solution to the problem of locating an element

v € V for which f(v) is minimized is given by sampling from the distributionzwr
for small T > 0. In practice, as the function f may be expensive computationally,
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the Markov chain is simulated in the following way: When at w, a neighbor of w
is selected from NV, uniformly, say v, and f(v) is computed. The move to v is
then accepted with probability

p=exp{~(f(v) - f(w))"/T}

and the new state of the chain is v, otherwise the move is rejected and the state
of the chain remains w. The transition probabilities are consistent with pp(w, v)
defined above.

More recently, the idea of cooling the system has been introduced in the hope
that in the limit the distribution 7y = limp_,q+ 77 will be obtained. We showed
above that 7 is that distribution that distributes mass one uniformly over the states
of minimum energy. In this way, the algorithm resembles the physical process of
annealing, or cooling, a physical system. As in the physical analog, the system
may be cooled too rapidly and become trapped in a state corresponding to a local
energy minimum. Recently, a theorem was proved as to the rate at which cooling
could take place and obtain 7 as a limiting distribution. The cooling version of
the algorithm is called the extended Metropolis algorithm.

Theorem 4.4 (Geman and Geman) For the Metropolis algorithm defined as
above at stage n use the transition probabilities for temperature T.,. If lim,_.o T,
=0and T, > c¢/log(n) where c is a constant depending on f, then

( lim P(X, = v)) = mp.
veV

n-—o0

Heuristic. The proof is a bit too involved to present in its entirety here, but it
is possible to give a very accurate idea about the required 1/ log(n) cooling rate.
Recall that the Metropolis algorithm can “jump” out of local minima with positive
probability. If A = f(v)— f(w) > 0is the required jump to escape these minima,
the associated probability is

e~ A/Tw — o= (F(¥)=F(w)*/ T

The probability the local minima is never left is

H(l '-eA/T") = H(l —pn)'

n>1 n>1
Calculus tells us that
2 3
. IR S >
l—p;<Il—-p; + 2 3 + =e€

and

N N
H(l = pn) < CXP{—ZI%} :
n=1

n=1
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If 5 | pi = o0, then

N
lim [[(-p.)=0.
n>1
Because we wish to escape local minima with probability 1, we want
o0 (o]
an = Ze_A/T" = o0.
n=1 n=1

Setting T, = l—fﬁ%ﬂ yields

o0 o0

1
—A/T, _
Z € = Z Al
n=1 n=1
Setting A/c < 1 makes the series diverge. ]

The Metropolis algorithm yields a general, that is, problem nonspecific, way
to attack many difficult combinatorial optimization problems. It should be noted
that in order to implement the simulated annealing algorithm, the user has control
over the energy function and the neighborhood structure on V. The success or
failure of the algorithm may depend on these choices.

4.4.2 Traveling Salesman Problem

The TSP minimizes the cost associated with permutations of {1,2,...,n}. Prob-
lem DDP has two permutations, one of {1,...,n} and one of {1,2,...m}, but
any computational scheme to minimize a salesman’s route might be adapted to
DDP. We consider one such approach in the next section. A special version of
the simulated annealing algorithm (the extended Metropolis algorithm) has been
applied to the TSP, and for large problems, this method is competitive to with
other leading approaches to the TSP.

In the traveling salesman problem, known to belong to the class of NFP-
complete problems conjectured to have no polynomial time solution, we wish to
find a path, or tour, of minimal length to be taken by a salesman required to visit
each of n cities, labeled 1,2, ..., n, and then return home. The set V' in this case
may be taken to be S, the set of all permutations of {1,2, ..., n}, where for each
permutation o € S,,, we identify the corresponding configuration given by the
tour, taken in the order dictated by o. The energy may be taken to be the total
length of the tour, although any monotone transformation of this quantity will also
serve.

We now choose a neighborhood structure for .S,, motivated by a deterministic
algorithm for the traveling salesman problem. There is a set of neighborhood
structures known as k-opt for each k& > 2. The permutation is broken into k£ + 1
pieces by choosing k£ “links.” Then each piece except the initial and final ones
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can be reversed or exchanged. We say that the tour o is k-opt, 1 < k < n, for all
tours in the k-opt neighborhood; the tour given by ¢ is the shortest. Thus, every
tour is 1-opt and only the true best tours are n-opt. Note that the requirement to
return to the starting city makes all tours (i1 + A,is + A, ..., i, + A) equivalent,
where addition is moldulo (n).

It is easily seen that a tour o = (41,12, . . .,1%,) is 2-opt if and only if it yields
the shortest tour of all tours which are elements of

N(O’) = {TE S, .T= (i],iz,...,ij_],ik,ik_l,...,ij+],ij,ik+],...,in)}

forsome 1 < j <k <n.

It is not hard to see that given any initial tour oo and any final tour o, =
(41,725 --,Jn), We can obtain ¢, from oo through a sequence of permuta-
tions oy,07,...,0,-1 such that o, € N(ogy;) for k = 0,1,...,n — 1 as
follows. Given o) such that ok = (J1,72, -, ko ety - s lmy ng1y - 5 In),
where jr+1 = L, say, invert [, through [,,, to obtain ox1 = (J1, 2, - -, Jks
Je+1ybm=1s- -3 let1,lm+1, - - -, In). Thus we see that this notion of neighborhood
yields an aperiodic Markov chain with communicating states in the algorithm de-
scribed above. The other requirements desired of a neighborhood structure listed
above are satisfied trivially: |N,| = |N,| forall o, € S,, and ¢ € N,, if and
only if 4 € N,.

44.3 DDP

In order to implement the simulated annealing algorithm as described above,
an energy function and a neighborhood structure are required. Recall that we
are given the single digest lengths A = {ai,...,a,} and B = {b;,...,bn,}

as well as double digest length C = {¢,.. .,c|AAB|} as data. Any mem-
berof V.= {(o,u) : ¢ € S, and u € S,,} corresponds to a permutation of
ai,...,anand by, ..., by, and, therefore, to a map. Earlier we defined C(o, 1) =

{ei(o,p),ca(o, 1), ... s clanp|(o, 1)} to be an ordered (¢; < ¢z < ...) listing
of the double digest implied by (o, ). Obviously, we have a solution when
C =C(o,p).

To set up an extended Metropolis algorithm for this situation, we need to define
f and Ny. We take as our energy function f the chi-squared-like criteria

fO)=flom = > (ecilop) —c)/es

1<i<|AAB]|

note that if all measurements are error-free then f attains its global minimum
value of zero for at least one choice of (o, ).

Following the extended Metropolis method for TSP as above, we define the
set of neighbors of a configuration (o, 1) by

N(o,p) = {(r,p) : 7 € N(0)} U{(0,v) :v € N(u)}.
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| | | | | A (BamHI)

} | I | B (EcoR)

| L L | L CoAnB

Figure 4.1: Restriction map of A

Here N(p) are the neighborhoods used in the discussion of the traveling salesman
problem above.

With these ingredients, the algorithm was tested on exact, known data from the
bacteriophage lambda with restriction enzymes BamHIand EcoRI. See Chapter 2
for a multiple enzyme map of lambda. The complete sequence and consequently
the map information about lambda is known. BamHIcuts at G*GATCC whereas
EcoRlIcuts at G*AATTC where the «’s indicate where the enzymes cut bonds.
Lambda is 48502 bps in length and each enzyme cuts at 3’ sites.

BamHI EcoRI
5509 21230
22350 26108
27976 31751
34503 39172
41736 44976

Consequently, we can derive the sets A, B, and C:

A = {5509,5626,6527,6766,7233, 16841},
B = {3526,4878,5643, 5804,7421,21230},
C = {1120, 1868,2564, 2752, 3240, 3526, 3758, 3775, 4669, 5509, 15721}.

The reason for using this example is that the answer is known and that it is a
reasonably sized region to restriction map. A computer-generated map of lambda
appears in Figure 4.1.

Temperature was not lowered at the rate ¢/ log(n) as suggested by Theorem,
but, for reasons of practicality was instead lowered at the rate 1/n. On three
separate trials using various annealing schedules, the solution was located after
29702, 6895 and 3670 iterations from random initial configurations.

The algorithm was tested further on simulated data constructed by the random
model introduced earlier. On a segment of length n with sites one unit apart
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labeled 1,2,...,n, assume the restriction enzyme used in the first and second
single digest makes a cut at site 7 independently with probability p4 and pg
respectively. This model can be justified on the grounds that a segment of DNA
can be approximated as a string of independent, identically distributed random
variables with values in a four-letter alphabet, although higher-order Markov
chains frequently fit real data better. In addition, although in a real segment, sites
cut by different restriction enzymes never exactly coincide, our model allows this
to occur. This feature of our model is justified by the fact that DNA segments
lengths can seldom be measured precisely and that two different enzymes can
cut at sites very close together. On data generated by this model the algorithm
was able to locate solutions to large problems in a small number of iterations.
For example, on a problem of size (16!16!)/(2!)7(3!)2(4!) = 3.96 x 10, a
solution was located in only 1635 iterations. It must be emphasized, however,
that any study of the algorithm’s performance under the above probability model
is confounded by the presence of multiple solutions to the exact problem in many
instances. Recall, for example, the simulated problem of size 4320 that was found
to have 208 distinct exact solutions. This problem was presented in Chapters 2
and 3. The same feature of many exact solutions must also be a property of the
problem of size 3.96 x 10! mentioned above.

The algorithm presented in this section is probably the most efficient known
algorithm for exact data. Alas, it does not perform as well on realistic data. The
reasons for this are discussed in the next section.

4.4.4 Circular Maps

DNA occurs in closed circular forms and mapping circular DNA is a natural
problem. The object is to find circular arrangements of the single digest fragments
that give the double digest fragments. Assume the measurements are without
error, as before.

It is not enough to specify (o, 1) for the single digest permutations, as the
single digests can rotate relative to one another. Distinguish a fragment in each
single digest and consider the points in a circular arrangement where the distin-
guished fragments are first encountered when moving counterclockwise. If p is
the counterclockwise distance between the point in the A digest to that in the
B digest, then a configuration is specified by (o, u, p), where, without loss of
generality, o(1) and (1) index the distinguished fragments. The implied double
digest can be obtained by an easy reduction to the linear case. Lay out the A
fragments in the order ¢(1),0(2),.... Now find the point in the p order of the
B fragments that is L — p counterclockwise from the point that begins the u(1)
fragment. Introduce a cut at this point and use it as the left end of the B digest,
corresponding to the left end of 1(1) and the A digest.

The cost function is chosen to be the same as the linear case. Define
two configurations to be neighbors if one can be obtained from the other by
reversing the order of any sequence of fragments in either digest. In Prob-
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T | A

{ B
| | ! <
I | I ¢
A B A
| | | 7
T | T ¢
B A A
| | | 17
| T T ¢
A A B

Figure 4.2: Site orders

lem 4.6, it is shown that the single digests can be rotated through multiples of
g = ged{ai,az,...,an,b1,...,by}. Itis unlikely that g > 1, butif this condition
holds, we can introduce random rotations; that is, after reversing the order of any
sequence of fragments, rotate either digest through any distance up to L.

4.5 Mapping with Real Data

It has been repeatedly emphasized that we have been studying an idealized situ-
ation where restriction fragments are measured exactly. Of course, measurement
errors make a difficult problem even harder. Below, we will explore just why that
is the case. Interestingly, it is necessary to say precisely just what it means to fit
the data to a map. Although a graph-theoretic definition of restriction map was
given in Chapter 2, our study of making maps using data must take into account
the relationship of the data to the map.

Before we begin that task we should point out that one of the main problems
in mapping is getting incorrect permutations of closely spaced sites.

In Figure 4.2, we have indicated three possible solutions, C’, C", and C'". It
might seem strange that the single digests can imply more than one double digest
or be consistent with more than one. If, however, the short fragment of the A
digest is in the measurement error of the longer A and the B fragments, then the
order of the two A and the B sites cannot be determined. This problem motivates
the next discussion.
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4.5.1 Fitting Data to a Map

In this section we assume all fragments are of unique size. Essentially, we have
been counting maps by permutations of single digest fragments:

|AJ|B]!.

As pointed out above, this does not allow us to determine a reasonable double

digest C(o, 1) implied by A and B.
The next logical step is to permute the double digest fragments in our map

combinatorics,
|A'|B]Y|A A B!

now being the new number of maps. Still we have the same problem as in Figure
4.2; we cannot assign the order of sites along the linear DNA. Note that in the case
of Figure 4.2 we have assigned one of the 4! orders of double digest fragments,
but we have not determined which of C’, C"', and C"" is the correct map.

Finally, we are forced to assign site labels to cut sites on the double digest.
This further increases the number of map assignments to

|JAAB| -1
! 1 !
|A|.|B|.|A/\B|.< A1)

Here we assume |A A B| = |A| + |B| — 1. For the case of Figure 4.2, we have

4—-1 3
12141 = 312141
sora(471) <30 ()

map assignments. To see the factor (g), see Figure 4.3 where C” is designated.
The idea of this discussion is that we must assign data to a map. The purpose
for doing so is to check the fit of the data to a map. The permutations and subset

2

{ N C///

Figure 4.3: Assignment of site order
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calculations above do allow us to find subsets R; such that

a; ~ E Ck

kER;

and S; such that

bj ~ ch.

lES,‘

The goodness-of-fit measure given by

and

is a reasonable measure of how well one of the configurations designates a map.

4.5.2 Map Algorithms

A popular algorithm for map construction uses the | A|!| B|! method: All the single
digest permutations are tried. In addition to being very slow, this does not work
too well, as is to be expected from the presence of measurement errors.

Many other methods have been proposed. One method builds the single digest
permutations fragment by fragment from left to right. Bounds on site locations
are computed by adding the cumulative error bounds on single fragment lengths.
A hypothesized order is rejected when no double digest fragment can be made to
fit the map. After a few fragments, the error bounds are so large as to give no help
in cutting down the | A|!|B|! permutations. Besides that problem, it is not clear
how to designate the full assignment of data to a map.

Simulated annealing, which was very successful for the exact length problem,
has also been tried here with much less success. The reason for this is probably the
huge configuration space, but there is no way to prove that a clever neighborhood
structure and function will not turn out to be successful.
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Problems

Problem 4.1 For the map given below, find the integer programming matrices £
and F in Section 4.3.1.

1 1 3 4
[t % — A
2 1 4 2
| — ; | B
-1 4 1, 1 ; 2 | 2 | 2 | AAB=C

| I ] I I I 1

Problem 4.2 For the map given in Problem 4.1, find the partitions R; R, R3 R4 and
51828384 of {1,1,1,2,2,2} as required in Section 4.3.2 on partition problems.

Problem 4.3 There are three states: 1, 2, 3. We move from state to state according
to the following rules: When in state 1, move to state 2 with probability 1/2,
otherwise remain in state 1. When in state 2, move to 1 or 3 each with probability
1/2. When in state 3, move to 1 or 2 each with probability 1/2. (i) Find the
transition matrix P. (ii) Prove the Markov chain is communicating and aperiodic.
(iii) Find the equilibrium distribution 7r.

Problem 4.4 Let L = {(¢,7) : 0 < 4,5 < n}. Describe a neighborhood structure
N ; with all pairs of states communicating with (i) |N; ;| = 5 and (ii) [N, ;| = 3.

Problem 4.5 Let the function f be defined on C' = {0, 1}™. Describe a Metropo-
lis algorithm to find min{f(c) : ¢ € C}.

Problem 4.6 For the circular map of Section 4.4.4, show (i) that digest A
can be rotated a distance a; in at most four reversals and (ii) that relative
to one another the single digest maps can be rotated by any multiple of g =
ged{ai,az,...,a,,b1,...,b,}.

Problem 4.7 A simple algorithm called bubble sort places z;, s, ..., 2, into
order r;, < x;;, < --- < z;,. The idea is to proceed through the list from start
to end, exchanging x; and k;,, whenever z; > z;.;. When you pass through
the list without an exchange, the list is sorted. (i) Outline the algorithm and (ii)
analyze the worst case running time.



Chapter 5

Cloning and Clone Libraries

The word clone often conjures up a scene from a science fiction movie where
some genetic material has been used to create an army of identical beings, often
very strong and very beautiful. Although the results of cloning can often be
marvelous, the clones of molecular biology are a good deal more mundane. This
chapter is a natural extension of our earlier studies of restriction enzymes, which
are essential tools in cloning. Cloning is a means of producing recombinant DNA
molecules, new molecules which are formed from already existing ones. One
common application is to use the bacterium E.coli to make nonbacterial proteins
such as human insulin. See Table 5.1.

Table 5.1: Some of the non-bacterial proteins produced by E. coli

[Protein [Use ]
Human insulin Hormone; controls blood glucose levels

Human somatostatin Hormone; regulates growth

Human somatotropin Growth hormone; acts together with somatostatin|
Human interferon Anti-viral agent

Foot-and-mouth VP1 and VP3| Vaccines against foot-and-mouth virus

Hepatitis B core antigen Diagnosis of hepatitis B

To begin with, we need a cloning vector. Often the vector is constructed
from a virus that can infect a convenient host. In particular, bacteriophages are
viruses that specifically infect bacteria. The virus can insert its chromosome into
a bacteria. Lambda is the basis of a popular cloning vector. Other cloning vectors
include plasmids, which exist in the bacterial cell and reproduce independently of
the bacterial chromosome. Cosmids are a sophisticated cloning vector based on
lambda. Cosmids combine elements of lambda with those of a bacterial plasmid.
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The cloning vector is cut with a restriction enzyme, and a piece of DNA is
inserted into the cut. Then the vector is transferred into the host where it can be
replicated into an experimentally useful quantity of DNA. See Figure 5.1.

vector \ Hl DNA fragment

cut vector /

insert fragment
insert vector / bacterium

o @

multiply bacteria /

™~
identical cells / \ é g

(9 C9C9CD9

into vector

Figure 5.1: Cloning DNA

A collection of clones containing inserts that are DNA fragments from the
genome of an organism is called a clone library. The vectors can only accept
inserts within a certain size range dependent on the vector. This fact limits the
DNA that can be put into a vector and, hence, the DNA that can be contained in a
library.

We are going to assume that the DNA is from a genome of G bps, where G is
large. The DNA fragments are produced by restriction digestion by one or more
enzymes, and a cut site exists between any two base pairs with probability p. The
cuts are made iid. In principle, this allows two adjacent bonds to be cut, and as
sites are four or more base pairs in length, this is not realistic. However, p is small,
such as p = 1/5000, and under the simple iid model, the cuts are adjacent, with
vanishingly small probability.

Our numerical examples will deal with two cloning vectors. The first is a A
vector which is a modified version of the A virus (whose BamHI and EcoRI maps
appear in Chapter 4). For A cloning vectors, the lower limit of clonable fragments
is L = 2 kbps, and the upper limit is U = 20 kbps. The small fragments are
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discarded and a more realistic clonable range is 10 to 20 kbps. Cosmid vectors
are also used where L = 20 and U = 45 kbps.

Our goal in this chapter is to see how representative clone libraries are. We
will approximate the percentage of the genome that is in the library under various
models.

5.1 A Finite Number of Random Clones

Here, we assume the clones are of fixed length L, randomly chosen from the
genome. The question we study is: How much of the genome can be covered by
N such random clones? Let b be an arbitrary fixed base in the genome.

P(b € random clone) = é,

and ~
N GY
P(b ¢ N random clones) = <1 - £> = (1 - 1L—>

_NL
G

Q

e

The approximation works because L << G and N << G.
Therefore, a ran(Liom base b belongs to a random clone of length L with
probability 1 — e~V & The result is formalized in

Proposition 5.1 (Clarke-Carbon) If N random clones of length L are chosen
from a genome of length G, the expected fraction f of the genome represented is
approximately

le—e_Né'.

Note that NV é equals the number of “genomes” included in the clones.

If 627 clones of length L = 15kbs are chosen in E. coli where G = 5 x 10°
bps, then Né =2and 1 — e~? = 0.865 is the fraction of the genome that is
represented.

5.2 Libraries by Complete Digestion

Now consider a complete digestion of a genome of G bps. How much of the
genome can be accommodated in a vector with lower limit L and upper limit U?
The answer is an easy exercise in probability and calculus. Recall that the DNA
has a restriction site with probability p.

Theorem 5.1 Assume restriction sites are distributed along a genome of G bps
according to a Bernoulli process with p = P(restriction site). The expected
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fraction of the genome with fragment lengths | € [L, U] after complete digestion
is approximately

f=@L+1)e ™ —(pU + 1)e™?Y,
where p > 0 is assumed to be small and L to0 be large.

Proof. First note that fragments of length [ are produced by the configuration
cut—{no cut}'~!—cut. This means that

P(b € fragment of length [) = Ip*(1 — p)'~!,

as each of [ configurations containing b has probability p?(1 — p)?~!. Now, with
[ large and p small,

P(b € fragment of length [) = Ip?e P41,

Therefore, b lies in a fragment with L <[ < U with probability

lez ~p(l-~1)

Next we approximate this sum by an integral. This approximation is quite good
for the small values of p we will consider. For example, max; Ip*e~?(=1) s at
l= % so that max, Ip?e P~ = pe=14P x pe~!.

U U
le%"’““‘) ~ pz/ ze PE=Dgy
=L L
= e {(pL + 1)e™PL — (pU + 1)e™?V }.
n

Alternative Proof. It is instructive to provide a continuous version of the proof.
The geometric distribution of the number of basepairs in a restriction fragment is
P(Z = m) = p(1 —p)™. Itis an exercise to show that when W is exponential with
mean A~', A = log(1/(1 — p)) and fw(w) = de™**,w > 0, then Z = |W|.
Therefore, we can consider restriction fragment lengths as continuous random
variables. Let x be a point in the genome. Because the exponential is without
memory, both the 5’ and 3’ lengths from x to the first restriction site is distributed

as W. Let X and Y be iid where X < W and Y 2 W. Then

/{/ /\e"’\ydy})\e_”dx
0 0

— (14 Az)e™ 2.

F(X+Y <2)
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so that
f(2) = Nze™?*, 2> 0.

The probability that z is in a fragment that is clonable is

U U
/ f(z)dz = )\2/ ze Mdz
L L
= AL+ e - (AU + 1)e™V.

Of course, A = log ﬁ = p and this result is consistent with Theorem 5.1. ]

An interesting point arises in this alternate proof. Although restriction frag-
ment lengths are exponentially distributed as W, the fragment containing a point
z has distribution X + Y, where each is distributed as W. This is because the
exponential is memoryless: P(W > z + y|W > z) = P(W > y). An intuitive
way of resolving this paradox (called the bus waiting paradox) is to realize that x
is more likely to be in a long fragment than a short one. Sampling a fragment by
choosing a basepair is very different from generating a fragment length according
toW.

Consider two cloning vectors for E. coli where G = 5 x 10°. We digest E. coli
with EcoRI which has p = 1/5000. For A clones with L = 2 kbps, and U = 20
kbps,

2
fr= {(g + 1) e — (4 + 1)e-4} =0.845....
For cosmids with L = 20 kpbs and U = 45 kbps,
fi={(d+1De*-(9+1)e°}=009....

Obviously we capture very little of the genome with cosmids. This is because
L = 20 and U = 45 are far to the right of the mode of the fragment length
distribution which is at 1/p = 5 kpbs. Clearly, the values L = 2kbpsand U = 20
kbps for A clones do bracket the mode, thereby increasing f.

Even fy, = 0.85 is too small, leaving 15% of the genome out of the library.
In addition there are very good reasons presented in the next section for making
U — L as large as possible. To increase f, molecular biologists have developed
another strategy, discussed next.

5.3 Libraries by Partial Digestion

Partial restriction digests are performed by stopping the digest before all sites are
cut. For our purposes, we will index a partial digest by the fraction y of sites that
are cut. It is necessary to get these two types of Bernoulli processes very clear. In
the first case, sites are distributed in the genome, and each location has a site with
probability p.
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Genome restriction sites:
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Partial digest of 5 genomes, where Cindicates "cut".
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Figure 5.2: Partial digestion of A sites

The sites A are then fixed for the genome. When a partial digest is performed,
each site is cut with probability 2. Remember that this process is taking place for
many identical copies of the genome. For example, the cuts might occur at the
locations indicated by C (for cut) in Figure 5.2.

There are two ways for a base b to fail to be in a partial digest library. One
is that b belongs to no possible restriction fragment that can be cloned; denote
this event by E. The other is that it does belong to a clonable fragment but that
fragment is not incorporated into a clone; denote this event by F'. We will prove
in Section 5.3.2 that, for practical purposes, P(F') = 0.

5.3.1 The Fraction of Clonable Bases

Note that P( E), the probability a base is unclonable, depends on the distribution of
restriction sites, not on the partial digestion parameter 1. An obvious configuration
that causes b to be unclonable is for the distance between the flanking restriction
sites to be greater than U, the maximum clonable fragment size. By our last
section, the probability of this event is



Cloning and Clone Libraries 89

T > 1

- N

T > 1

>

- o> ——
S

Figure 5.3: Base b at position « fails to be clonable.
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However, the situation is much more complex than this. Although it might
sound paradoxical, the base b can also belong only to fragments that are either
smaller than L or larger than U. Figure 5.3 illustrates this possibility.

In Figure 5.3, assume that the base b is located at position * and that the
configuration of neighboring restriction sites is indicated by A’s. The locations
of these sites (bonds) are given by u,v,...,z. Between positions v and w and
between positions  and y any number of sites might occur; otherwise, all sites
between u and z are shown. We impose the following conditions:

1) z—w>U,
i) z—u>U,
(iii) y —v < L.

Condition (i) assures us that all fragments containing b and any site from z to the
right are too long to be clonable. Condition (ii) similarly makes unclonable all
fragments containing b and any site from u to the left. Because y — v is too short
to be clonable, the base b cannot be cloned. Now we compute the probability of
this event.

A continuous model proves to be convenient. Because sites occur with proba-
bility p, with small p, we take a Poisson process on (— 00, 00) withrate A = p; that
is, P(k sites in [s, s + t)) = e~ **(At)* /k!. The distances between sites are inde-
pendent exponential variables with mean 1/A. As p is small, this is an excellent
model for restriction sites.

Our goal is to find the fraction f of a large genome that is unclonable. This is
equivalent to the probability P(A,,) of the event A, that point ¢o is unclonable:

R
fzclgnooa-/o I(A;)dt = P(Ay,).

Relabel ¢y by 0. The clones must have length in (L, U).
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B

Shown in Figure 5.4 is a typical set of restriction sites at distances X, X5, ...
to the left of 0. Clearly, O is unclonable if and only if there are no sites in
U;>[max{0, L — X;}, max{0,U — X;}]. Let the random variable W be defined
by

W = length U[max{O,L - X;},max{0,U — X,}]

121

Then the probability that 0 is unclonable is

E(e™*").
X3 —
' | S
: X,
: 1
s o
L i
-X X, X L-X U-X
U 3 2 Xy i Iy

Figure 5.4: Restriction sites to the left of 0

Theorem 5.2 Let {X;};> be iid exponentials with mean \~'. The probability
that 0 is unclonable is E(e=*V') where

i>1

W = length (U[max{O,L — X;},max{0,U — Xi}])

and
E(e-—/\W) > ¢~ EW)

where
E(W) =U — Le MU= 4 (1 — e MU=1)) /),
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Proof. E(e *W) > e=*EW) by Jensen’s inequality. To find E(W) we are
interested in the coverage in [0, U] by islands formed by the intervals of length
U — L. See Figure 5.5. The right-hand end of these intervals is a Poisson process
{U = X.}i>1 of points at rate A. Consider, first, points ¢ € (0, L). ¢ is not covered
by an interval of length U — L if and only if there are no eventsin [t,t + U — L.
Therefore, if X; = I{t uncovered}, E(X;) = e*(V~L), and

L L
IE[/ Xtdt] :/ E(X;)dt = Le *V~1),
0 0

—
L-X U-X ’
0 ! Iy

Figure 5.5: Islands of intervals

Now assume t € (L,U). t is not covered by an interval of length U — L if
and only if there is no event in [t, U]. Therefore, E(X;) = e *(V=*) and

u v
]E{/ Xtdt] =/ E(X,)dt
L L
v
:/ e MU=ty
L

1 — e—A(U—-L)
A

Finally E(W) = U — E [ )L Xtdt]. .

5.3.2 Sampling, Approach 1

In this section we show that P(F'), the probability that a base is clonable but is
not incorporated into a clone, is practically zero if the number of DNA molecules
is large enough. In other words, all nucleotides with clonable configurations can
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be considered as in some clones. The argument is rather crude and we will take
another approach in Section 5.3.3.

Because the clonable range is between L and U, the expected number of
restriction sites between the two ends of a clonable fragment is between pL and
pU. Let p be the fraction of restriction sites that are cut in a partial digest. The
lower bound of the probability that any clonable fragment is obtained from one
DNA molecule is approximately

(1= p)PY.

The logic for this is as above: The end sites must be cut, but no sites between them
can be cut. Therefore, any clonable fragment will be obtained on the average once

in not more than |

pA(1 = p)pv
DNA molecules.
Suppose every restriction site is the left end of some clonable fragment(s).
There are approximately Gp restriction sites and each is approximately the left
end of p(U — L) distinct clonable fragments, so there are altogether G(U — L)p?

clonable fragments. A very generous overestimate of the number of molecules
required to yield all these fragments is

G(U ~ L)p?
pA(1 = p)pt”

This overestimate is obtained by multiplying the estimated number of clonable
fragments by the estimated waiting time to observe each fragment. The next
section takes a more sophisticated approach to this problem.

As an illustration, suppose E. coli is being digested with EcoRI with . = 0.5,
and the cloning vector is pJC74, where L = 19 x 10> and U — L = 17 x 10°.
The number computed from the above formula is approximately 1.8 x 10°, which
is well within the limit of a typical sample size of about 2 x 10? molecules.

5.3.3 Designing Partial Digest Libraries

It is clear that the biologist can choose y, the partial digestion parameter. Simply
not adding enzyme makes p = 0; allowing the digestion to go to completion
makes 1 = 1. Although it is harder to experimentally achieve a specific value of
i € (0, 1], we will assume that is possible. It is not obvious what 4 to choose or,
to put it into other words, it is not obvious what the effects of u are on a genomic
library. Section 5.2 gave the representation when . = 1. Of course, 1 = 0 has no
cuts at all and would be the worst possible choice. Here, we study 0 < u < 1 in
more detail.

A heuristic to guess the optimal g is not too hard to come by. An average
clonable fragmentis (U + L)/2 bpsin length. If p is the probability of a restriction
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site, there is, on the average, a restriction site every 1/p bps. Therefore there are
approximately |p(U + L)/2] sites in an average clonable fragment. Because we
must cut the fragment at its ends, we should average two cuts per |[p(U+L)/2] +1
sites or about

R 2
K= Du+D2+1

In this section, we show that this heuristic is not always correct, depending on
the optimization problem being solved.

(5.1

Poisson Approximation

We will have occasion in Chapter 11 to study the following problem. Let Z be a
geometric random variable (0 < a < 1):

P(Z=k)=(1-a)a, k>0.

In our case we have n independent random variables {Zi}19~5n where each Z;
is distributed as Z above. We will want the distribution of

Y = max Z;.
1<i<n

To approach this problem, we define auxiliary random variables by multiplying
independent Bernoullis:
X =B\B;--- By,

where P(B, = 1) =1—-—a=1—-P(B; =0). Notethat P(Z > ¢t) = P(X =
1) = (1 — d)*. Let {X;}1<i<n be n random variables distributed as X above.

Then, if I = {1,...,n},
W=> X
icl
counts the number of Z; that are at least t. We employ the following:

oLetW =3 ., X;and A = E(W). The Poisson approximation states that

P(W =k) = e *A\*/k.

This result is familiar in some cases. When P(X; = 1) = r is small, |I| is
large and |I|r is bounded, W = } .., X; is binomial (||,7) and can be well
approximated by a Poisson with mean A = |I|r. We will apply the approximation
in this chapter and give a much more careful and rigorous statement of the approx-
imation in Chapter 11, under the heading of Chen-Stein approximation, where the
quality of the approximation is made explicit.
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Returning to our problem of ¥ = max;<i<, Z; and X = B\B;--- By, we

have
w=>3 X,
il

and

=Y EX:)=n(l-a).

el
We need to keep A bounded away from 0 and oo. Sett = log]/]_a(n) + c; then
M) =nn"1(1-a)* = (1 -a)°and

P(Y =max Z; < t)

@mx_m
( =0)=¢ M0

) .

IIZ

Getting All Fragments

In Section 5.3.2, we gave a crude calculation to show that all clonable fragments
should be in a standard sample of genomic DNA with x4 = 0.5. The model was
to make a list of clonable fragments and to wait until fragment  appeared before
waiting to see fragment 7 + 1. Obviously, many other clonable fragments 5, with
J > 1, appear while we wait for fragment ¢. We now model this process in more
detail.

As the genome has G bps, we expect M, the number of restriction sites, to
be on the order of pG. We index partial digest fragment by k, where k — 1
is the number of uncut sites they possess. Because the terminal sites must be
cuts, these k-fragments each have probability o = p?(1 — p)*~!. There are
M —(k+2)+ 1= M -k — 1 such fragments in the genome. Our heuristic
above suggests that 2 = 2/(k + 1) should optimize the number of k-fragments.

In the present model we will mdex the genomes in the sample by 1,2, ... Let
W, = 1if starting at site ¢ we see a k-fragment in a random partial digest. Let

Z;x = number of genomes until {W; , = 1},

then
P(Zip=1)=(1-a) o,
where
a=pP(1—p)h

We, of course, are interested in the distribution of

Y= max Z,;,
1<i<M

which is the minimum number of genomes until all k-fragments are observed.
The smaller Y is, the more k-fragments are produced.
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Section 5.3.3 gives some very useful insight into Yj. The critical value of ¢

was of the order
In(M)

T In(1/(1 - )
We are going to assume that E(Y) = log, ,,_,(M).

1081/1—a(M)

Theorem 5.3 Restriction sites are distributed with probability p in a genome of
length G. If the partial digestion parameter is 0 < p < 1, the distribution of
Y = the waiting time in number of genomes until all k-fragments are observed
satisfies

_ ln(pG) ~ o—(I—a)C
P(Ykst_ln(l/(l—a))-i-c) me (7

The expectation E(Y}, ) satisfies

E(Yx) = p~ (1 — )"+ In(pG).
The value p = 2/(2 + k) minimizes E(Y}).
Proof. As a is small,

In(1/(1~-a)) & a = p*(1 - p)*~".

Therefore the central value of Y} is of order

- In(M)
E(Ye) ~ In(1/(1 — )
~ p~2(1 = p) 1 n(M).

Recall that we want p to minimize Y;. Thus, we should maximize g(u) =
pA(1 — p)F=t

g'(w) =2pu(1 — )" = (k= 1)p?(1 — p)* 2
and
g'(1) = Oimplies p = 2/(1 + k).
[

There are some important implications of this theorem. The behavior of E(Y} )
depends of the behavior of

g(p) = p2(1 = p)*"

For fixed k, this function behaves like a quadratic near 0, and like (1 — p)*~!
for larger 1. Because k is usually larger than 3, the behavior for larger p is
(1 — p)*~1, which decreases much more rapidly than quadratic. Therefore, the
effect of non-optimal ¢ is not symmetric about the mean. In fact, overdigestion
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e
I
(9]
e
Il
—_
o

H & 1n(1/(11—a)5E(Yk) a ln(l/(ll—a)) E(Y3)

2/110.0148 67.00 473.6/0.0054 183.6 12979

1/3 (0.0219 45.06 318.5|0.0029 345.5 24423

Table 5.2: Waiting times

is much more harmful than underdigestion. Because clonable fragments have a
variable number of k-fragments, we should aim at the smaller p.

To see the effects of i, consider cosmid vectors with L = 20,000 and U =
40, 000. We take p = 1/4000. The k’s corresponding to L and U are

k1 =20000/4000 =5

and
ky = 40000/4000 = 10.

Therefore the optimal /i values are
pr=2/(1+5)=1/3

and
fu =2/(1+10) =2/11.

Table 5.2 is for the E. coli genome where G = 4.7 x 10%so that M = G, = 1175.
Note that using 4 = 2/11 for k£ = 5 where p = 1/3 is optimal increases the
waiting time for all 4-fragments from 319 genomes to 474 genomes. However,
using u = 1/3 for k = 10 where u = 2/11 is optimal increases the waiting time
from 1298 genomes to 2442 genomes, almost doubling the waiting time. This
illustrates the greater effects of overdigestion.

Maximum Representation

‘We now study the representation of the genome in clonable fragments using a more
direct approach. The stochastic process that places sites at X1, X1+ X5, X1+ X+
X3, ..., where X; are iid exponentials with mean A, is called a Poisson process
with rate A. It is not hard to show that if sites are removed with probability
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1 — p, the result is a Poisson process with rate . Therefore, if the partial digest
parameter is 4, then Theorem 5.1 implies that

f=fw) = (ppL + Ve — (puU + 1)e7P#Y (5.2)
of the genome is clonable. When we consider N copies of the genome, dependence
comes in from the potential sites fixed identically in all genomes. We now study
this situation.

LetX = X1, X;,... (Y =Y1,Y;,...) beiid fragment lengths from a point ¢
moving to the left (right). These fragment lengths are fixed for all genomes. Then

k+1 I+1

P(t is clonable| X, Y) = ii;ﬂ Mg ZX +ZY € (L,U)

=0 k=0

Because X; and Y; are iid, let Z; 2 X;, and

n+2
P(¢ is clonable|X,Y) = Z“ 1-u {ZZ e (L U}

The conditional expectation of the number of clonable partial digest fragments
containing t is NIP(¢ is clonable| X, Y), so the remaining task is simply to uncon-
dition. The sum of n + 2 exponentials has a gamma distribution, which is used
next.

P(t is clonable) = (IP’(t is clonable|X Y))
pn+2 n+le—pz

x

U
- o /L

= (puL + 1)eP*F — (puU + 1)e P4Y,
which is identical to f(u) in Equation (5.2).
To maximize f(u) for u > 0,
£'(w) = w(pU)2e PV — u(pL)*e~ P+t

and f'(p) = 0 implies
2 U

Y= ————log —.
WEwTop T
Because f'(u) is positive for small positive 4 and negative for large p, p* gives
the maximum of f(u). Recalling 1 € [0, 1], the function f(u) is maximized for

s omin{ 2101
i = mi U =Lp og Tyl

This is very different from the heuristic value of /i given in Equation (5.1).



98 Introduction to Computational Biology

5.4 Genomes per Microgram

Our results above were given in the number of genomes. Just how many genomes
are in a normal sample of DNA? Normal samples are a few micrograms (ug), say
10 pg. Let us consider the E. coli genome of 5 x 10° bps. Some units are

1 bp = 650 Daltons,

1 Dalton = molecular wt. of H,

ImoleH=1g¢g.
Therefore,
Dalt
10 ug = (1077 g) (6 X 1023ﬂ‘—s> = 6 x 108 Daltons
g
Ibp genome
= 6 x 10" Dalt
* anons X g50Daltons 5 x 10%bps
= 1.85 x 10° genomes of E. coli.
Problems

Problem 5.1 We replaced a sum by an integral. Compute the difference

pZ/ TepzldI_ZIPZ—pl}
0

Problem 5.2 We wish to clone a gene of g bps, where 0 < ¢ < L. Find the
probability this gene can be cloned from a complete digest, where the probability
of a restriction site is p. Hint: Theorem 5.1 solves this problem for g = 1.

Problem 5.3 In Problem 5.2, we have k independent enzymes with site probabil-
ities p; and we do k independent experiments. What is the probability the gene is
cloned from at least one digest?

Problem 5.4 Distributed along an infinite genome according to a Bernoulli pro-
cess are n restriction sites with p = P(restriction site). Let F; = length of the i-th
fragment. Let I{L < F; < U} = 1if the condition holds, O otherwise. Show that
. v FI{L<F, <U}
Iim = =
n-— 00 Ei:l Fz
where f is defined in Theorem 5.1. Hint: Apply the SLLN to the numerator and
denominator.

=/,
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Problem 5.5 Make a table similar to Table 5.2 for cosmid vectors, p = 1/5000,
and the human genome where G = 3 x 10°.

Problem 5.6 How many human genomes are there in 10 z g of DNA?

Problem 5.7 Consider two independent complete digests: Digest 1 (enzyme 1)
has site probability p; and Digest 2 (enzyme 2) has site probability p,. Digest 3
is the double digest of enzymes 1 and 2. Let f; denote the fraction cloned from
Digest z.

(i) Find f3.

(ii) Find the fraction unclonable from Digest 1 which is clonable from Digest
2.

(iii) Find the fraction that cannot be cloned in either Digest 1 or Digest 2.



Chapter 6

Physical Genome Maps:
Oceans, Islands and Anchors

In earlier chapters, we studied algorithms for the construction of restriction maps.
Those maps are generally local maps, analogous to maps of a street in a town.
Just as it is very useful to have these local restriction maps of unsequenced DNA,
it is also very useful to construct maps of entire chromosomes or genomes. Such
maps let us organize the unknown, analogous to an unexplored continent, into
manageable units so that we can find our way around and locate more features
of interest. In classical genetic mapping, the gene locations are given in units of
genetic distance or recombination distance. Molecular biology has shown that
changes in the DNA itself can be mapped. In this chapter, a different type of
genomic map is studied, so-called physical maps where overlapping clones are
used to span the genome.

To give an idea of the size of the problem, Table 6.1 shows four genomes and
the number of clones required to cover each genome without overlap. The yeast
clones are known as YACs, yeast artificial chromosomes, because the DNA is
cloned into a genetically engineered yeast chromosome. The insert size is from
100 kb to 1 Mb and we take the most optimistic insert size.

lambda (15 kb)icosmid (40 kb)yeast (1 Mb)
E. Coli 267 100 4
S. cerevisiae 1,333 500 20
C. elegans 5,667 2,125 85
Human 200,000 75,000 3,000

Table 6.1: Genomes and vectors
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In this chapter, we consider the most straightforward method of physical
mapping, overlapping random clones. To begin, a genomic library is constructed.
Generally, we will assume here the library represents the genome and that all
portions of the genome are equally likely to be cloned. We have seen in the last
chapter that such assumptions can be flawed, but there are steps that can be taken
to minimize these problems. For example, several enzymes can be used in library
construction and the clones combined for a much more representative library. If
a; 1 the fraction uncloned by construction ¢, then Hle «; is the fraction uncloned
by all of k independent constructions.

The general assumption is that clones are drawn at random. Then each clone
1s characterized in a manner to be made specific later. Overlap is inferred from
common characteristics. If the overlap can be detected with certainty, then the
map of the genome proceeds at the rate predicted by the Clarke-Carbon formula
(Proposition 5.1). There it is derived that if N random clones of length L are
drawn from a genome of length G, then the expected fraction of the genome

covered is approximately
| — e—NL/G

Recall that the Clarke-Carbon formula was derived as a naive estimate of the
fraction of a genome represented in a library, whereas here it is used as a naive
estimate of the fraction of genome covered by a physical map. We will see
below that this estimate is, in practice, very optimistic. This coverage could be
approached if each clone were sequenced entirely, providing the most sensitive
characterization possible. However, this would involve a vast amount of redundant
sequencing, an expensive and time-consuming task. In fact, one of the uses of a
physical map is to reduce the amount of genome sequencing required.

6.1 Mapping by Fingerprinting

The idea in mapping by random clone overlap is that clones are chosen at random
and characterized in one of several ways. The characteristics are summarized in
what biologists call a fingerprint. Many fingerprinting schemes involve digesting
the cloned DNA with restriction enzymes. When two clones have enough finger-
print in common, they are declared to overlap. Clones that overlap are said to
form islands. At the beginning of the mapping process, there are many isolated
clones, which we refer to as singleton islands. As the clones begin to saturate the
genome, the singleton clone islands are absorbed into fewer, longer islands. This
is modeled here as a random process, and the mathematical results are useful in
planning these large projects.

6.1.1 Oceans and Islands

For the purpose of analysis, we will make certain simplifying assumptions, which
can be relaxed later. First, we will avoid the details of the particular fingerprinting
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scheme by simply considering an idealized scheme capable of detecting overlap
between two clones whenever they share at least a fraction 8 of their length. In
reality, the minimum detectable overlap for most fingerprinting schemes will vary
somewhat from clone to clone, for example depending on the number of restriction
fragments in the clone. Nevertheless, we may think of 8 as the expected minimum
fraction, supposing that the criteria for overlap are sufficiently stringent that false
positives and false negatives are rare.

Suppose that we have a perfectly representative genomic library, with all
inserts of equal size. In fact, we model clone locations by a homogeneous Poisson
process along the genome. Now we define the following symbols:

G = genome length in bp,

L = clone insert length,

N = number of clones,

¢ = LN/G=expected number of clones covering a random point,

T = amount of overlap in bp needed to detect overlap,
0 =T/L

Here we will rescale clone lengthto 1 = L/L and genome lengthto g = G/L.
The expected number of clones covering a random point ¢ = LN/G = N/g
remains the same. We assume the clones occur on the real line (—o0, 00) according
to a Poisson process with rate ¢. The genome corresponds to the interval (0, g).
The process of the location of right-hand ends of clones is a Poisson process
{A:i}, 1€ {...,-1,0,1,2,.. .}, labeled so that --- A_, < A_; < A4 <0<
Al < -+ < Ay < g < Ay < ---. Since clone ends occur with probability
N/G, the Poisson approximation is valid when N/G = c/L is small. Note that
N is the random number of clones whose right ends belong to (0, g). Because
{A;} is a Poisson process,

e~ (cg)"

n!

P(N =n) = ,n>0.

By the strong law of large numbers, with probability 1,
N/g— ¢ as g — .

The interarrival times A; — A;_ are distributed iid as exponentials with mean 1 /¢
and density ce®®, z > 0. A remarkable and useful fact about exponentials is the
lack of memory property: If X is exponential,

P(X >t+sX >t)=P(X > s).

Finally, we note the process of left endpoint locations is also a Poisson process
with rate c.

Clones fall into “apparent” islands consisting of one or more members, based
on overlaps detected by their fingerprints. The islands are only “apparent” because
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Figure 6.1: Oceans and islands

some actual overlaps will go undetected. Islands with two or more members will
be called contigs, and the gaps between islands will be called oceans. Islands of
one member are called singletons. In Figure 6.1, N = 6. For 8 = 0, there are
three islands; for 8 = 0.2, there are four apparent islands. In general, we neglect
end effects, oceans and islands that overlap 0 and G.

The following results describe some expected properties of islands and oceans,
both apparent and actual, as the mapping project proceeds.

Theorem 6.1 Let 0 be the fraction of length which two clones must share in order
for the overlap to be detected, let N be the number of clones fingerprinted, and
let ¢ be the redundancy of coverage. With the above notation we have

(i) The expected number of apparent islands is Ne—<(1=9),

(ii) The expected number of apparent islands consisting of j clones (j > 1) is
Ne—zc(1~9)(1 _ emeli=0)yi-1,
(ii’) The expected number of apparent islands consisting of at least two clones

(i.e., contigs) is
Ne—c(]—&) _ Ne—20(l—9).

(iii) The expected number of clones in an apparent island is e<\'=9).

(iv) The expected length in base pairs of an apparent island is L)\, where

A= (e _1)/c+0.

(v) The corresponding results for the actual islands are obtained by setting
6 = 1. For example, the expected number of actual islands is Ne™°.

(vi) The probability that an ocean of length at least x L occurs at the end of an
apparent island is e=<* %) In particular, taking x = 0, the probability that
an apparent ocean is real (as opposed to an undetected overlap occurring)
‘o n—ch
is e .
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Proof. First we define an important quantity, J(z) = the probability that two
points x apart are not covered by a common clone. For 0 < z < 1, this is
equivalent to no arrivals in the interval of length (1 — ) preceding the leftmost
point or no events for a Poisson of mean ¢(1 — ). Therefore,

—c(l—zx :
J(x)z{e (1-2) %fOSmSI,
1 ifzx>1.

Note that J(z) was extended to J(0) = P(no clone covers a point).

The number of islands is equal to the number of times we exit a clone without
detecting overlap. Let E be the event that a given clone is the right-hand clone of
an island. If the right-hand position is £, then this means the points ¢t —  and ¢ are
not covered by a common clone. Therefore, P(E) = J(6). Because there are N
clones in (0, g), the expected number of apparent islands is N'J() = Ne~<(1=9)

Now we consider the process of right-hand ends of islands. As above, we
label them by

"'C_2<C_1<C()SO<C1<"'CK<gSCK+1<'~',

and K is the number of apparent islands with right-hand ends in (0,g). The
intensity of this process is ¢J(#), as J(0) is the probability that a given clone is
the right-hand end of an island.

To study the expected number of clones in an island, let M; be the number of
clones in the j-thisland. My, M>, ... Mk are averaged to obtain E(M) by a limit
argument. Define

— 1 &
M, = EZMi.
=1

At most 1 + max{k : kintegerand k¥ < 1/(1 — )} islands overlap O or g
(see Problem 6.5). Therefore, because K — oo, including or discarding the
islands because overlapping 0 or g does not affect M,. Now K/N — J(8) and
LYK M; — 150 that

lim M, =1/J(6) = !9,
g—o0

It is possible to obtain more information about the number of clones in an
island. The event F that a given clone with 4; = t is the right-hand end of an
island has probability P(E) = J(6). Moving from ¢ to the left, we ask whether we
detect an overlapping clone or not. A clone has detectable overlap with (t — 1,t)
if it covers the interval (¢t — 1,t — 1 4 ). This event is independent of £ and has
probability 1 — J(#). Continuing in this fashion,

P(M; = j|E) = (1 - J(8))’~' J(6),

or M; has a geometric distribution with stopping probability J(8). Multiplying
this probability by the expected number of islands gives (ii), whereas the mean of
the distribution is J~'(8), consistent with the limiting argument given above.
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Figure 6.2: Length of an island

To prove (iv), consider an island consisting of M clones, where M has the
geometric distribution described above. The length of an island is X| + X, +
--+4 Xm—1 + 1, where each X is the distance until a new clone begins, i < M.
(See Figure 6.2.) Define X to have density

flg)=ce ™, O<z <16

1-9
PX;=1)=1 —/ ce ™ %dy = ¢(1=9),
0

The expected length of an apparent island is then E(X,<;< X;). Evaluating
this expectation requires some additional theory. The random variable M is a stop-
ping timefor X, X5, ... iftheevent {M = j}isindependentof X; i1, Xj42,. . ..
The expectation can then be evaluated by a result known as Wald’s identity which
states that E(X1<;<m X;) = E(X)E(M) when M is a stopping time. This result
is stated and proved as Theorem 6.2.

Now the stopping time M is defined by M = min{i : X; = 1}. We find

18
E(X) = / cxe ®dg + <19
0

— C—l(l _e~c(l—0))+0e—c(l—9).

As above, E(M) = e<1=9) 50 that (iv) follows by E(M)E(X).

Finally, for (vi) we require the probability that an ocean of length at least x
occurs at the end of an apparent island at ¢ means no arrivals in (t — 8,t + ),
which has probability e ~<(=+8) [

Theorem 6.2 (Wald’s Identity) If X, X, ... are independent and identically
distributed random variables with finite expectations and if M is a stopping time
for X1, X, ..., such that EM < oo, then

M
EY X, =E(M)E(X).
1=1

Proof. Letting

V. = 1 if M >n,
"0 ifM <,
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we have that

M =)
D Xa=) XoYa.
n=1 n=1
Thus,

M oo oo
E(Zl Xn> :E(anyn) =Y E(X,Yy).
n= n=1 n=l

However, Y,, = 1 if and only if we have not stopped after successively observ-
ing Xi,...,X,_1. Therefore, Y,, is determined by X, ..., X, and is, thus,
independent of X,,. From the last equation above we thus obtain

M 00

= E(X) iP{M > 1}

n=1

= E(X)E(M). .

The minimum detectable overlap 8 clearly has a major effect on the progress
of a mapping project. Figure 6.3 shows the expected number of islands as a
function of the number ¢ of genome equivalents of DNA fingerprinted, and Figure
6.4 shows expected average island length. In Figure 6.3, Ne™“® = (G/L)ce™*°
so that the expected number of islands is in units of G/L. This makes the figure
independent of the details of the genome. Similarly, the average island length is
in units of L. At the beginning of the project, the number of islands increases
because new clones are unlikely to overlap others. The maximum number of
islands occurs at ¢ = (1 — 8)~! and is equal to (G/L)e~'(1 — 8)~!. After this
point, the number of islands declines as gaps are closed. After some point, a
directed strategy for bridging gaps must be employed, as it would require a huge
amount of work to close all the gaps by fingerprinting random clones.

Note how decreasing the minimum detectable overlap from 50 to 25% greatly
speeds the progress of the project. By contrast, the decrease from 25% minimum
detectable overlap to the theoretical limit at 0% has relatively less effect. These
results suggest that a fingerprinting scheme with 8 € (0.15, 0.20) may be asensible
goal, with further decrease being of limited value. Of course, the advantage of
a smaller § must be balanced with the increased effort to obtain a more sensitive
fingerprint.
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Figure 6.3: Number of islands

10 15 20 25 30

Expected Length of Islands (in units of L)

5

0 2 4 6 8

Genome Equivalents = ¢

Figure 6.4: Length of islands
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Next, we develop a more general version of Theorem 6.1(i) which relaxes the
condition that L and 6 are constant. Let the size L of the cloned insert be chosen
according to some distribution with a density. The overlap necessary to detect
overlap with a given clone will be an independent random variable © conditional
on the length L of that clone. For example, ® = L would require fraction § of
the clone. The distribution of © is meant to reflect the fact that there are a variable
number of restriction sites in clonable fragments.

We assume clone lengths L are iid with mean E(L). The density of L/E(L)
is f(1). We define a new version of J(x) equal to the probability that two points
a distance z apart are not covered by a common clone. Let

J(z) = P(L/B(L) > z) = /  f.

J(z) = exp {—-c /:o j(l)dl} .

Below, we will write E(J(©)) = E(E(J(©)|L)) because J(©) really is a function
of (0,L).

Theorem 6.3 With the assumptions and notation above including © and L as
random variables:

(i) The expected number of apparent islands is
NE(J(©)) = NE(E(J(©)|L)).

(ii) The probability that an apparent island has j clones is at least
(1 -E(J(©)))'E(JO).

Sketch of Proof. As the probability that a random clone is the right-hand clone
of an island is J(©) and as there are N clones in total, the expected number of
islands is NE(J(O)).

With variable 6 or L, it is not possible to produceiid X;, X, ... foroverlapsin
a straightforward fashion as before. However, a “greedy” algorithm will produce
lower bounds for the number of clones in an island, and for island lengths. See
Figure 6.5 for an example of greedy island length versus apparent island length.
When at a clone moving from right to left, take the clones in order of A;, their
right clone ends. This means sometimes leaving a clone for one of less coverage
due to shorter L or larger 8, but it produces independent X ;. The number of clones
in a greedy island is 7 with probability

]E(ﬁ(l - J(@i))J(el)) . -

i=1
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— greedy —>

<« apparent——>

Figure 6.5: Unequal length clone islands

6.1.2 Divide and Conquer

In this section, we consider whether there is an advantage to constructing a physical
map chromosome by chromosome, rather than all at once. At first glance, there
appears to be no advantage: The formulas of the model are linear in IV, the number
of clones fingerprinted. In an organism with two chromosomes of equal length,
one would expect the same number of islands if N clones were fingerprinted
from a whole genomic library or if N/2 clones were fingerprinted from each of
two chromosome-specific libraries—provided that, in each case, the fingerprinting
scheme could detect matches between clones overlapping in a proportion 6 of
their length.

In fact, there are some second-order considerations that favor subdividing the
project.

(i) If the rule for declaring overlaps were kept constant, the rate of false pos-
itives would be greater for genomes of larger size. In order to maintain
the same rate of false positives, a greater proportion of overlap # must be
required for declaring overlap in a larger genome. However, the effect is
not large (see Section 6.1.4).

(ii) If the genome were divided into two parts, an investigator might decide not
to fingerprint an equal number of each half: As the project progressed, the
investigator could fingerprint more clones from whichever half was pro-
gressing more slowly. However, the law of large numbers assures roughly
comparable progress in each half (unless systematic cloning bias caused
one half to be significantly less representative.) Only a slight increase in
efficiency would result (unless the genome were decomposed into so many
parts that the expected number of clones required to cover each part was
small).

In addition to these mathematical considerations, there are various practical
issues that might favor subdividing the project as well: For example, subdividing
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the project permits the adoption of improved fingerprinting strategies for later
parts, as they become available. Also, the subdivided project can be pursued in
different laboratories and the effect of parallel processing can be achieved.

6.1.3 Two Pioneering Experiments

The practical aspects of random clone mapping depends on the biology of the
organism being mapped as well as the cloning vector. We have discussed lambda
and cosmid cloning vectors. In the last few years, some innovative biologists have
engineered yeast artificial chromosomes (YACs) so that a YAC can accept large
inserts and be reproduced as yeast cells divide and multiply. The amount of DNA
clonable into YACs varies but ranges from 10° bps to 10° bps. We have frequently
used E. coli (G = 5 x 10° bps) and human (G = 3 x 10° bps) for examples. In
this section, we add S. cerevisiae (yeast) with G = 20 x 10° bps. Table 6.1 gave
G and L for these organism and vector combinations.

The object of this section is to discuss two original and influential experiments.
We will briefly describe the experiments and discuss the agreement of our results
with the experimental data. One key consideration is whether the minimum
detectable overlap may be taken to be a constant 8, independent of the clone
under consideration. Theorem 6.2 gave some implications of nonconstant 6.
This assumption will be satisfied by fingerprinting methods involving information
derived from a large number of fragments (such as that used in the E. coli): In this
case, clones will all have about the same density of fingerprint information and,
therefore, will require roughly the same minimum overlap needed to recognize a
match. By contrast, our assumption may not fit well enough to make it possible
ever to declare overlap. For example, because the yeast project (S. cerevisiae,
below) required that clones share five restriction fragment lengths in order to
declare pairwise overlap, those clones containing fewer than six fragments could
never be joined into islands. Thus, our formulas would be expected to agree
closely with the data for the E. coli project but significantly to underestimate the
number of single clone islands for the yeast project. This is indeed the case, as we
shall see presently.

S. cerevisiae

Our first experiment was reported in 1986 by Olson et al. who studied 4946
lambda clones in yeast. Some relevant parameters for us are G = 20 x 10° and
L =15 x 10°. A type a (see Section 6.1.4) fingerprint was used in which each
clone was digested with EcoRI and HindIll and the fragment lengths measured.
Olson et al. arranged the 4946 clones into 1422 islands, consisting of 680
contigs and 742 singletons. The average number of fragments per clone was
reported to be 8.36 and the criteria for declaring overlap included the requirement
that a pair of clones share at least five fragments. The authors noted that most of the
742 singletons contained five or fewer fragments and, thus, even large overlaps
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involving such clones would be ignored in pairwise comparisons. Accounting
for the problem of clones with five or fewer restriction fragments, what do our
formulas predict for such a project?

A simple calculation shows that somewhat less than 14% of the clones would
be expected to have five or fewer restriction fragments. Suppose that restriction
sites are distributed according to a Poisson process with a mean of 8.36 fragments,
or 7.36 restriction sites, per clone. Let K denote the actual number of restriction
sites in a clone, then, for any integer k, P(K = k) = A¥e~*/k! with A = 7.36.
Accordingly, about 14% of all clones will have four or fewer sites. This estimate
must be reduced slightly, as fragments smaller than 400 bps were not scored in
deriving the estimate A = 7.36. Taking this proportion at 13%, about 4300 clones
would be expected to have 6 or more fragments and about 650 would have 5 or
fewer.

With 5 out of an average of 8.36 common fragments required to declare
overlap, we roughly estimate 6 at 5/8.36 =~ 0.60. Because a few other technical
conditions were required, the estimate should be increased slightly. Here, we take
6 = 0.63.

With N = 4303,6 = 0.63, and ¢ = 4.5 (as reported by the authors), we expect
660 contigs and 154 single clone islands. Adding the 643 singletons expected
from clones with 5 or fewer fragments yields a total of 660 contigs and 797 single
clone islands. This agrees fairly well with the observed 680 contigs and 742 single
clone islands, given the rough approximations involved.

As the yeast project was a first-generation mapping project, it is interest-
ing to compare the results to the expected progress if one instead used the fin-
gerprint subsequently developed for E. coli. With the same number of clones
(N =4946,0 = 0.20,c = 4.5), one would expect only about 131 contigs and 4
singletons. Thus, as noted above, the use of a more informative fingerprint can
greatly speed progress toward the completion of a physical map.

E. coli

The second experiment is a 1987 study of E. coli by Kohara et al. At G =
4.7 x 108 bps, this is the smallest of the three genomes we consider. The study
is distinguished by its experimental design and by its success. Kohara et al. did
not make any startling technical advances; rather they very wisely applied known
techniques to produce a major advance in knowledge of the E. coli genome. The
result of their work was a restriction map of the entire genome for eight enzymes.

The fingerprintused by Koharaetal. isreferred to below as a type ¢ fingerprint—
each clone was mapped for each of eight enzymes. The clones were overlapped
by comparing the clone maps. See Figure 6.6 where an island of three clones
is shown. The eight restriction enzymes are arranged from top to bottom in the
following order: BamHI (B), Hindlll (D), EcoRI (E), EcoRV (F), Bg111 (G), Kpnl
(Q), PstI (S), and Pyull (V). The final result of the Kohara et al. effort is an eight
enzyme restriction map of the entire E. coli genome which is shown in Figure 6.7.
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Figure 6.6: Overlapping clones

Figure 6.7: Restriction map of the E. coli genome, 4.7 x 10® bps
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On the basis of the pairwise fingerprint comparison, Kohara et al. arranged
1025 clones into 70 islands, of which 7 were isolated single clone islands. A
hybridization method was then used to find clones spanning the gaps, resulting in
all but six gaps being closed.

The authors reported that the cloned inserts were 15.5 kb on average and
that an overlap of about 3 kb could be detected. Taking the minimum detectable
overlap to be § = 3/15/5 = 0.19, the genome size to be 4704 kb, and genome
coverage ¢ = (1024)(15.5)/4704 = 3.38, the formulas predict 67.16 islands of
which 4.39 should be single clone islands. The agreement with the observed 70
and 7 is quite close. The small disagreement is even in accord with the results of
Theorem 6.2 on variable 6 and L.

Moreover, the formulas predict that most gaps will be small enough to be
closed in one step via hybridization, but that a few should remain. Given an
infinite library to screen via hybridization, Theorem 6.1(vi1) predicts that about 2
of 70 gaps could not be closed because they would be longer than 15.5 kb. If a
1-kb overlap on each end were required to obtain a positive hybridization signal,
about 4 of 70 gaps would be expected to remain because their lengths exceed
13.5 kb. Because a finite library containing only 2344 clones was screened by
hybridization (including the clones that had been fingerprinted), a few additional
gaps might remain simply because an optimally situated clone did not occur in the
finite library. Thus, the six remaining gaps are well within expectation.

6.1.4 Evaluating a Fingerprinting Scheme

Many fingerprinting schemes involve digesting the clone DNA with other re-
striction enzymes. The simplest fingerprint associates a clone C with the set of
fragment lengths of a single digestion. We can represent this by

fo(C)y={lL,l,..., Ik}

if there are k fragments resulting from the digest.

There is a subtle variation on the above scheme. Recall that longer fragment
lengths have larger errors associated with their length measurements. If we
digested with an enzyme with a cutting probability of 4~* instead of 476, we
could get more accurate measurements, but we would have many more (16 times)
as many fragments. To circumvent this problem, the clone is first digested by the
less frequently cutting enzyme (p; = 47%) and the fragments end labeled with
radioactive material. Then a second restriction enzyme (p, = 4~%) is added,
producing many fragments, but a reduced number will be end labeled. See
Figure 6.8 for illustration of this experiment. Although many small fragments are
produced, only six are end labeled for careful measurement. We symbolize this
procedure by

fh(c) = {liwli:,"'alik}r

indicating that we have chosen a specific subset of the available fragments.
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Figure 6.8: Digestion

The third method of fingerprinting we discuss is that of restriction mapping
the clone. As we have discussed restriction maps extensively, there is no need to
go into much detail here. The symbolic version of a map will be

f(C) =, 1y, ... k).

In addition to specifying the data comprising the fingerprint, it is necessary to
give arule for deciding whether or not two clones overlap. Ideally, we would like

_ 1ifCynCy #0,
O, €2) = {Oifcln@:w.

Naturally, it is impossible to achieve this ideal. We fingerprint clones to get a
snapshot of their content without actually determining their DNA sequence. Of
course, DNA sequence is an ultimate fingerprint, but determining sequence is very
labor and material intensive. Therefore, we are subjected to the usual kinds of
error in decision making. We formulate the function O(C}, C5) as a hypothesis
testing decision function.

Hy:CinC, = (0,

H] : C] n C2 ;é 0

To decide Hy : C; N C; # 0 we must have strong evidence that the data could
not have arisen from disjoint clones. Biologists usually prefer to leave overlaps
undetected rather than declare false overlaps. Given the magnitude of the problems
this is quite difficult to avoid. Several thousand clones are often characterized in
these experiments. With five thousand clones, there are

(5000

~ 12.5 x 10°
2) 5x 10
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clone pairs, so that even a Type I error probability of 107° leaves 12.5 expected
false overlaps.

A good fingerprinting scheme should be able to detect relatively small overlaps
between clones, while allowing an acceptable low rate of false positives given
the size of the genome to be mapped. Here, we discuss how the choice of
the fingerprint itself and the rule for declaring overlaps determine the minimum
detectable overlap and the false positive rate, with the aim of providing general
guidance for those designing a mapping project.

We consider two basic types of fingerprinting schemes. These two examples
are meant to be illustrative, not exhaustive.

Type (a/b) The fingerprint consists of the lengths of the restriction fragment lengths
produced following digestion by a single enzyme [type (a)] or a combination of
enzymes used consecutively [type (b)] that produces an average of n fragments.
The matching rule declares an overlap when two fingerprints share at least &
fragment lengths. Because measurement error is roughly proportional to fragment
length, two restriction fragments will be assumed to match if their lengths differ
by at most 1003;%. Typically, 0.01 < 3, < 0.05, depending on the gel system.

Type (c) The fingerprint consists of a restriction map for a single enzyme (or
enzyme combination) that produces an average of n fragments. The matching
rule declares an overlap when the lengths of £ terminal fragments in the two maps
agree. Fragments will be assumed to match if their lengths differ by at most
10083, %, where 3, may be larger than, smaller than, or equal to 3;, depending on
how the restriction maps are made (partial digestion or double digestions). In our
examples below, we will take 5; = 3, = 0.03.

Intuitively, it is clear that fingerprints of type (c) contain more information than
fingerprints of type (a/b), provided that 3; = ;. The restriction map drastically
restricts which fragment length matches are to be considered meaningful-namely,
those corresponding to overlap between terminal segments of the two restriction
maps.

The following result estimates the minimum detectable overlap and the chance
of false positives for the two fingerprinting schemes specified above.

Theorem 6.4 With the assumptions above, set the minimum detectable overlap for
both fingerprinting methods to be approximately k fragments out of an expected
n fragments per clone.

(i) Fora fingerprint of type (a/b), the expected number of fragments shared by
fingerprints of two nonoverlapping clones will be about A = %Blnz. Pro-
vided that X is relatively small compared to n, the distribution of fragments
shared by two nonoverlapping clones will be approximately Poisson; that
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is, the probability that a declared overlap is a false positive is approximately

where X is a Poisson random variable with mean \ = % Bin?.

(ii) For a fingerprint of type (c), the probability that a declared overlap is a
false positive is approximately

k
4 <%ﬂ2) (1 + %ﬂz) .

Proof. To compute the probability of a false match begin declared between
two nonoverlapping clones, we first calculate the chance that two randomly cho-
sen restriction fragments have matching lengths. If the restriction enzyme yields
fragments with mean length A~!, then the restriction fragment lengths are well ap-
proximated by a continuous exponential distribution with density f(z) = Ae™*%,
forz > 0. Suppose that we pick two fragments at random from such a distribution,
that the first fragment has length x chosen from the distribution f(x), and that the
second fragment will match to within 1003% provided that its length is between
z(1 — B3) and z(1 + 3). Thus, the chance that two random fragments match is

oo [ pe(148)
/ / (Ae"Aydy)] e Mdg = 28 ~ lﬁ.
0 z

(1-8)
To be more precise, we could use the actual upper and lower limits for fragment
sizes resolvable on the gel as the limits for the first integral. However, the simple
approximation % 0 is usually precise enough for use.

In comparing two fingerprints of type (a/b), there are n? ways to pick one
fragment from each fingerprint, when each fingerprint consists of n fragments.
Thus, the expected number of matching pairs will be ]5 B1n?. In fact, a proof can
be obtained by using Poisson approximation (Problem 6.6).

In comparing two fingerprints of type (c), the situation is much more limited.
The chance that two restriction maps will match in exactly k£ fragments is roughly

4 (%62) , as there are four orientations for the two maps and, once the orientations
are fixed, at least the terminal k£ fragments in the two maps must match exactly.
The chance that the maps will match in at least k& fragments is then

1 k 1 k+1 1 k42 | k i _
4 <§Bz> +4 ('2‘52> +4 <552> +---=4 <§ﬁz> (1 - Eﬁz)
~af! k o]
® (#’2) ( ¥ iﬁz) |
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This completes the proof of Theorem 6.4. ]

The two fingerprinting schemes produce roughly the same minimum detectable
overlap § = k/n, but the rate of false positives is considerably higher for type
(a/b) fingerprints than for type (c) fingerprints. [Indeed, the rate of false positives
increases with n for type (a/b) fingerprints but is essentially independent of n for
type (c).] In order to achieve a comparable rate of false positives, a larger value
of k£ must be used for type (a/b) fingerprints, which would increase the overlap ¢
required for detection.

For example, suppose that we use an enzyme (or enzyme combination) that
yields an average of 10 fragments per insert and gels that can resolve fragment
lengths to within 8; = 3, = 0.03. If we simply measure fragments lengths and
require that two such type (a) fingerprints match at 7 fragments, then the chance of
afalse positive will be about 0.0009 according to Theorem 6.4(i) and the minimum
detectable overlap 6 will be approximately 7/10 = 0.70.

If we, instead, made a restriction map of these fragments, then the same false
positive rate according to Theorem 6.4(ii) could be obtained by requiring that
fingerprints share only two fragments in common. Thus, the minimum detectable
overlap, yielding roughly the same false positive rate, would be 8 = 2/10 = 0.20,
a substantial improvement in view of the results of Section 6.2. In general, the

false positive rate when an overlap of two fragments is required is 4 (% 62)2 = 32,
which may be adequate for most purposes and yields 8 = 2 /n.

One can clearly construct more detailed fingerprints by combining multiple
fingerprints of type (a/b) or type (c) (as Kohara et al. did using eight different
restriction maps), determined using separate gel lanes. If we require that each
of the component fingerprints match in at least £ fragments in order to declare
an overlap, then the chance of a false positive is roughly the product of the false
positive rates for each of the component fingerprints.

For example, if we wished to avoid constructing a restriction map in the
situation described above, we could nevertheless achieve roughly the same false
positive rate and the same minimum detectable overlap (of § = 0.20) by using
multiple type (a) fingerprints involving a number of independent enzymes, each
yielding about 10 fragments. Because each fingerprint would have a false positive
rate of about 0.44 if overlaps were declared whenever fingerprints shared two
bands, straightforward calculation shows that about nine independent enzymes
are required. The choice of whether to construct a single restriction map (say, via
partial digestin as in Koharaet al.) or to determine restriction fragment lengths for
nine different enzymes would be governed in practice by an investigator’s estimate
of the work involved in each approach and the acceptable rate of false positives
for the project. Also, note that the analysis above depends on the resolving power
(81 and 3,) of the gels used.
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Proof. Now let V,, and N, denote the number of unanchored (u) and the number
of anchored {a) clones, respectively, in (0, g) so that N = N,, + N,. Define q, to
be the probability a clone is unanchored. Now

@ =
because q; = P(no anchor arrivals in (0, 1)}). Therefore, the arrival intensity of
unanchored clones is ¢g; and the arrival intensity of anchored clones is ¢(1 — ¢q;).
Also by the ergodic theorem, with probability 1

— —cq and — — ¢, asg — o0.
g g

Therefore, N, ~ cgq; ~ Nq; and (i) is shown.
As in the previous section, we now consider the process of right-hand ends of
anchored islands. We label them in order by

O C < G0 < <Ok <g<CKry1 <+,

so that K is the number of anchored islands with right-hand ends in (0, g).

Next, we calculate the intensity cp; of the process {C;}. The value of p; is
P(clone ending at ¢ is the right-hand end of an anchored islandl clone ends at t).
First, as in the earlier model, define J{z) = the probability that two points z apart
are not covered by a common clone. For 0 < z < 1, this is equivalent to no
arrivals in the interval of length (1 — z) preceding the leftmost point, or no events
in a Poisson of mean ¢(1 — ). Therefore,

—c(l-2) jfo<z <1
Jz)=1<°¢ ! =h 6.1
(z) {1 ifz > 1. (6.1

Returning to p;, a given clone is rightmost in an anchored island if the distance
V from the right-hand end to the nearest anchor to the left satisfies V' < 1 and
that no other clone spans this distance V. Therefore,

pr = EI{V <1}J(V))
1
= / de™ % J(v)dv

0
d(e=¢—e™¢ .
_ CED) if ¢ # d,
{ ce” ¢ ifc=d,
and (ii) is established.

Now we turn to the expected number of clones in an anchored island. Let M;
be the number of clones in the j-th anchored island. Mj, ..., Mg are defined for
anchored islands with right-hand end in (0, g). The average E(M) is established
by a limit argument. First, define

. 1 &
Mg:EZMi.
i=1
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There is a potential difficulty with islands that overlap 0 and g. Let M; =
Zfil M; — N,, where N, is the number of clones in anchored islands entirely in
(0,9). Now M, < M’ = number of clones in anchored islands that overlap 0 or
g,s0 E(M") < oo and M" /g — 0 as g — oco. Therefore,

Mg:% ZMZ

As g — 0o, K/g — cpy and No/g — c(1 — q1) = ¢(1 — e™%), so that with
probability 1,
— 1=
E(M) = lim M, = —2.
g— o0 P
To be as clear as possible, M is a random variable with distribution function
defined by the almost sure limit

1
F(t) = lim — ;H{Ml < t}.
This is part (iii) of our theorem.

Now we turn to the event £/ where a given clone C is a singleton anchored
island. Let V' be the distance from the left end to the first anchor in C and W be
the distance from the right end to the first anchor in C. Now, if there is only one
anchor, W = 1—V. Given (V,W)and V + W < 1, we have E when no clones
to the left of the leftmost end cover the anchor at distance V' and no clones start
within our clone to the left of the rightmost anchor. This conditional probability
has value J(V')J(W). The random variable (V, W) can be obtained from two iid
exponentials (V', W') with parameter d by

v iV +wW' <1,
(VW)= {(V’,l -V ifV<landV' + W' > 1.

Therefore,
p = E{I{V' < 1}J(V)J(min{W' 1 - V'})}
1 1—v
= dz/ / e~ ) J(0) I (u) du dv
o Jo

1
+ d/ e JI(v)J(1 —v)e” =) do. (6.2)
0

From Equation (6.2), part (iv) follows.
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Figure 6.9: Two anchored islands

6.2 Mapping by Anchoring

There are alternate methods of physical mapping. Here, we consider linking
random clones by a technique we will call anchoring. As before, we have a
random genomic library of clones; the new feature is a random genomic library
of so-called anchors. The anchor library contains very small genomic inserts that
uniquely identify a genomic location which we model as points in the genome.
Anchoring involves determining which clones contain a given anchor. The anchors
link their associated clones into islands. Figure 6.9 shows a situation with seven
clones and three anchors. There are three singleton unanchored islands, one
singleton anchored island, and one island of three clones and two anchors.

6.2.1 Oceans, Islands and Anchors

We define the following symbols:

G = haploid genome length in bps,

L = clone insert length in bps,

N = number of clones,

M = number of anchors,

¢ = NL/G = expected number of clones covering a random point,

d = M L/G = expected number of anchors contained in a random clone.

Note that if we rescale clone length to 1 = L/L and genome length to
g = G /L, then the rate of the Poisson processes remains the same, ¢ = NL/G =
N/g, and d = ML/G = M/g. As in the previous section, we model the
process of right clone end locations by {4,, i € {...,—1,0,+1,+42,...}} so
that--- A ) < A1 < A <0< 4 < <Ay < g < An4y1 < -+ As
before, N/g — cas g — oo.

The process of anchors is described by another time homogeneous Poisson
process with rate d, where the number of arrivals M in (0, g) satisfies M /g — d
as ¢ — 0o. We assume the anchor process and the clone process are independent.
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Theorem 6.5 With the above notation, we have the following:

(i) The probability q| that a clone contains no anchors is e~ The expected
number of unanchored islands is Ne™<.

(i) The probability p that a clone is the rightmost clone of an anchored island
is

dle=¢—e™9)
bt d
n= (d—c¢) fe#
ce” ¢ ifc=d.
The expected number of anchored islands is then Np.

(iii) The expected number of clones in an anchored island is (1 — q;)/p1.

(iv) The probability p; that a clone is a singleton anchored island is

d(cz_Cd_d)eﬁ(C-Fd) d2 —2¢

+ e ifc#d,
D c-art 7
2¢ + ¢? .
e fe=d

The expected number of singleton anchored islands is Np;.
(v) The expected length of an anchored island is AL, where

(c —d)?e T + c(ed — d* — c)ec + d(2¢ — d)e?
A= cd(c — d)(ec — ed)
2e+ ¢t —2c-2
2¢2

ife#d

ifc=d

(vi) The expected proportion ry of the genome not covered by anchored islands
is

_ C(d2 —cd - C) —(c+d) C2 -2d
(4 c d’
oo e +——————(d_c)2 e +(d—c)2e ifc#
_2€C+20+c2 o4
2e2e fe=d

(vii) The expected number of anchors in an anchored island is d(1 — e™¢) /cpy.

(viii) Foranyx > 0, the probability that an anchored island is followed by actual
ocean of length at least L is e+t (1 — q;)/py. In particular, taking
x = 0, the formula gives the probability that an anchored island is followed
by an actual ocean rather than an undetected overlap.
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Next, we study the length of anchored islands. As before, set S; = length of
the i-th anchored island and define E(.S) to be the limiting average length of an

island. Define
_ 1 K
S,=% ZT S;.

Note that a point in the genome can belong to at most two anchored islands, so

1 K

=D S = +2m, (6.3)
g =1

where 7, is the probability that a point is covered by exactly ¢ anchored islands.
As already remarked, 79 + r; + 72 = 1, so we calculate 7o and 5.

First, we calculate ro. Take a point ¢ in the genome and let W be the distance
from ¢ to the first anchor on the right and V' the distance from ¢ to the first anchor
on the left. Let E be the event that ¢ is not covered by any anchored island so
that P(E) = ro. E occurs when clones starting to the left of t — V' end before
t and when any clones starting in (¢ — V,t) end before ¢t + W. Given (V, W),
then the first event has probability J(V') and the second event has probability
J(W)/J(V + W). Clearly,

_ g IV)IW)
To = E (m) . (64)

From Equation (6.4), part (vi) can be derived.

To obtain r,, define E to be the event that ¢ is covered by exactly two anchored
islands. This event occurs when at least one clone starting to the left of t — V'
ends in (¢,t + W), no clones starting to the left of t — V end after ¢ + W, and at
least one clone starting in (¢t — V,t) ends after t + W. Reasoning similar to the
above gives

B J(V) J(W)
P(EWV, W) = (1 - m) IV +W) (1 - m)
_ (J(V) — J(V + W))(J(W) - J(V + W)
- JV+W)

and
r, = E(P(E|V,W)).

It follows from Equation (6.3) that

_ gl 1+ 21 1—194+1m;
5,=2-%"5 - KS$) = =
25— S == o

as g — oo. The equations for rg, 7, and E(S) show that

epiE(S) = 1 = E(J(V) + J(W) = J(V + W))
=1-2E(J(V)) + E(J(V + W)) (6.5)
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and now part (v) follows.

Now we look at E(H ). the average number of anchors per anchored island.
Let ¢ index the i-th anchored island and R be the number of anchors in anchored
islands 1,2, ..., , K. Then

E(H) =1 — H;, = lim =—.
( OHQMZ Jim =~

Recall the probability an anchor is not covered by an island is J(0) = e~¢, so that
the intensity of anchors in islands is d(1 — e~°). Therefore, R/g — d(1 — e~ ¢)
and part (vii) follows:
(1 —e~¢
E(H) = ((ﬁe)‘ (6.6)
cp
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Figure 6.10: Number of anchored islands forc = 1,2,3,4,5, 10

Finally, we study ocean length. Suppose we have a clone with right-hand end
located at ¢. Let V' be the distance back from ¢ to the first anchor. The conditional
probability that ¢ is at the right-hand end of an island, the island is anchored, and
followed by an actual ocean of length at least k is equal to the probability that all
clones that start to the left of ¢ end to the left of ¢ as long as V' < 1 and is zero
otherwise, multiplied by the probability of no clones starting in (.t + k). This
probability, given 1, equals

JO)I{V < 1}e™*e,
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Figure 6.11: Proportion of genome covered by anchored islands for ¢ =
1,2,3,4,5,10
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Figure 6.12: Expected length of anchored islands for c = 1,2,3,4,5,10

so the desired probability 1s

E(J(O)I{V < 1}e %) = e=<*+D(1 — ) = e*+DP(V < 1).
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We divide by the probability p; that a given clone is the end of an anchored island
to obtain the conditional probability that an island is followed by an ocean of
length k, given that the island is anchored. =

Corollary 6.1 Asd — oo, every island is anchored and all overlaps are detected.

To illustrate numbers and lengths of anchored islands, along with coverage,
See Figures 6.10-6.12.

6.2.2 Duality Between Clones and Anchors

There is a symmetry between clones and anchors when clones are fixed length
(L). To see this, we represent both clones and anchors as points. Anchors are
already points and we label a clone by its midpoint or center. Clearly, a clone
overlaps an anchor if and only if the corresponding points are less than or equal
to L/2 apart. The clone and anchor are then said to be adjacent. Adjacency then
defines a bipartite graph where the connected components are

e isolated anchors
e isolated clones
e islands of at least one clone and one anchor.

Note that interchanging the labels of clone and anchor preserves the islands
of anchored clones. There is some asymmetry between clones and anchors when
we consider island length. Above, we measured length from the left end of
the leftmost clone to the right end of the rightmost clone. In order to achieve
symmeltry, measure length from the center of the leftmost clone to the center of
the rightmost clone. This is L smaller than the usual island length.

The next theorem formalizes some of the consequences of duality, where
duality means interchanging the roles of clones and anchors.

Theorem 6.6 With the above notation and definitions,

(i) the expected number of clones in an anchored island is dual to the expected
number of anchors in an anchored island;

(ii) the expected proportion of the genome not covered by anchored islands is
dual to the probability that a clone lies in a singleton island.

Proof. To check (i), note that by Theorem 6.5(iii), the expected number of clones
in an anchored island is
(1-e(d-0)
dle=¢ —e~2) °
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By Theorem 6.5(vii), the expected number of anchors in an anchored island is

d(1—e=)(d-¢)
cd(e=c — e~ )

These quantities are, indeed, equal by an interchange of ¢ and d.

To show (ii), the probability of singleton islands equals the probability of an
unanchored island (g ) plus the probability of a singleton anchored island (p;) or
(q1 + p2). This is dual to the formula for ry in Theorem 6.5(vi). [ ]

6.3 An Overview of Clone Overlap

In this short section, we give a survey of techniques used to infer clone overlap.
This is not an attempt to exhaust all possible methods but to give a more general
picture of some methods already in use.

We began this chapter with a description of clone overlap by restriction frag-
ment information. Each clone is digested and some subset of the fragment length
data is obtained for what we called type (a/b) fingerprints. In addition, ordered
fragment lengths — a restriction map — were used in type (c) fingerprints.

The next clone overlap technique we studied was anchoring, where the pres-
ence of a given anchor sequence could be determined for each clone. This is
done by DNA-DNA hybridization and we now will call this method probe-clone
hybridization. There are two subcases for probe-clone hybridization. The model
in Section 6.2 was for the situation where the probes or anchors are unique in the
genome, sequences that biologists call sequence tagged sites (STS). The presence
of an STS in two clones unambiguously implies that the clones overlap in the
genome.

The other case of probe-clone hybridization is to take probes that are not
unique in the genome, that is, where a random clone C' contains probe A with
probability p. If there are M probes and N clones, then the number of probes
hybridizing to clone C; is a binomial random variable ¥; = Bin(M,p). We can
control the number of false overlaps in our model when we only declare overlap
when Z; ; > t, where

Z; ; = number of probes common to C; and Cj;.

When C; NC; =0, Z; ; is Bin(M, p?). From this it follows from results on large
deviations (Section 11.1.6) that the expected number of (false) declared clone
overlaps will be bounded above by

NY _mu
(5)

where H = H (4,p%) = 37 log %A;i + (1= &) log Q(l:_%%l. Here, of course,
t > Mp? is required.
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For our last method of clone overlap we consider determining clone-clone
overlap by hybridization. This sounds as if all (2) clone-clone hybridization
experiments are required but that can be avoided in the following way. First
sequence the ends of each clone, 100-200 bases say. This gives N probes (by
using the “ends” together) specific for the individual clones. Then each clone must
be analyzed for the presence or absence of these probes. This can be accomplished
by a clever technique known as pooling. Let A;, ¢ = 1,..., M4, be a set of
distinct clones and Uf\i’? A; consists of all clones. Suppose B;, 7 =1,...,Mp,
is a different disjoint covering of the set of clones.

Each pool A; and B; can be analyzed in the following way. Arrange the N
probes in a /N x /N grid, so that each probe has an (3, j) location. Form clone
pools by pooling each row (A;) and each column (B;). Then hybridization of a
clone pool to the grid will have the effect of being positive on the row or column
with which the pool is associated. If we look at the grid of positive hybridization
values for A; and Bj, those (k,l) where positive hybridization occurs include
(i,7) as well as (¢', j') where clone (i’, 7') contains overlap with clone (i, j). See
Figure 6.13.

(a) b
1 2 3 4 s ® 3 4 s
o 1| 1 .
X IR U T AT AR 2 . !
3 ! 3 1
4 1 1 4 1 1 1
st 5 1 1
© y 2 3 4 s

[

Figure 6.13: Hybridization for (a) row 2, (b) column 3, and (c) the clones over-
lapping (2,3)

Let us look at the design a little more closely. If A = {A;,..., Anm,} and
B ={Bi,..., By} are disjoint covers of a set of N clones as described above,
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we now require
|Ai N le S 1 for all i,j,

so that the overlap inference is guaranteed to be unique. The work of hybridization
is O( Mas+M B)-

Proposition 6.1 Assume A and B are disjoint covers of sizes M 4 and Mg with
|A; N B;| < 1foralliandj. Thenmin{M4 + Mg} = 2V/'N.

Proof. Note that U; ;(A; N B;) is the set of all N clones so that |A| - |B| =
M4 - Mp > N. Therefore, Mg > N/M 4 and

N
M Mg > M et
A+ Mp 2 A+MA

and calculus shows the lower bound is minimized for M4 = VN = Mp. [ ]

In fact, extending this strategy to ¥/ N clones per dimension in k dimensions
suggests the question of the dimension that minimizes the number of pooled
hybridizations:

min kN'/*

which occurs for k = In(N).

6.4 Putting It Together

The previous sections of this chapter discussed expected map coverage and tech-
niques for detecting clone overlap under some idealized conditions. What about
determining the map from overlap data? The graphs for clone overlap maps are
just interval graphs, so most of Chapter 2 applies here. If the overlap data are
unambiguous and come from a linear (or circular) genome, then map assembly is
just an interval graph problem and is easily solved. Of course, real data are almost
never unambiguous! Even when the uniqueness assumptions of the STS/anchor
sites are satisfied, errors in hybridization experiments will result in data that are
not consistent with interval graphs. We will not pursue it here, but it should come
as no surprise that while data can be checked to see if it is consistent with an
interval graph in linear time, most generalizations of the assembly problem are
N P-complete.

In this section, we will present some results for probe-clone mapping when
probes are not unique in the genome. We will give some results characterizing
clone layouts where we assume there are no errors in hybridization data.

The goal is to find the layout of clones on the real line that maximizes some
objective function. First, we will discuss layouts without specifying an objective
function. For a given layout, define an atomic interval as a maximal interval that
contains no clone endpoint in its interior. The height of an atomic interval is the
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number of clones containing the interval. When an atomic interval has height 0 it

is called a gap.
In what follows, we assume N fixed length clones have been placed in a layout
in order (by left endpoints) 7y, 7, ..., 7. A layout is associated with a path

through the N x N lattice {(¢,7) : 1 <14,7 < N} in the following way. A cell
(¢,7) with ¢ < j corresponds to an atomic interval with clones m;m;4 - - - 7; and
no others present. We connect (7, j) with (¢, + 1) when we encounter the left
end of clone ;41 and we enter an interval with clones m;m;4 - 7;4 present.
We connect (7, j) with (7 4 1, ) when we encounter the right end of clone 7; and
we enter an interval with only clones 7,4y - - - m; present. This means that gaps
correspond to cells like (j + 1, 7). Figure 6.14 gives a simple illustration of a
layout and its associated lattice path. We define a lattice path as a path from (1, 1)
to (n,n) where each edge is from a cell (i, j) to its right neighbor (¢, 7 + 1) or its
lower neighbor (7 — 1, j) and where every cell (¢, j) on the path satisfies j > i — 1.

oy 0y Oy oy s Qg 053
o oy 05} (05 Oy s Og 65

(b)
| (LD (L2 [(1,3) [(23)| (B3| @43 [(44)

(©)

[ ]

Figure 6.14: A layout (a) along with the lattice path (b) and (c) associated with
the atomic intervals ay, a2, . . . for the permutation T = (1,2,3,4)

Not only are there N'! orders of left endpoints, but for each ordering of left
endpoints there are many layouts with different clone overlaps. Our probe data
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(dij) = D where d;; = I{probe j is contained in clone 1} eliminates some of
these layouts. Suppose that probe j ¢ Cr(xy and j ¢ Cr(m), but j € Cryy
for m(k) < m(I) < m(m). Then Cr(xy and Cy () cannot overlap in any layout
consistent with m and D, because if they did, Cr(;) C Cr(x) U Cr(m) and probe
J would belong to at least one of Cr(xy or Cr(m). Therefore, all lattice paths
passing through (k¥',m’) with k¥’ < k < m < m’ are inconsistent with D and
such cells are called excluded cells under the data D. A layout is consistent with
the data D if for each atomic interval each probe j is in all or none of all clones
containing that interval. Implicit in our argument is that we have assumed probes
to be points. We are not guaranteed to detect overlaps in this scheme that are
smaller than the probe length.

Theorem 6.7 A layout is consistent with the data D if and only if its lattice path
does not pass through any cells excluded under the data D.

Proof. The discussion preceding the theorem implies that lattice paths corre-
sponding to a layout consistent with the data D do not pass through any excluded
cells.

For the converse, we must show that any lattice path that does not pass through
any excluded cells under the data D corresponds to a layout and probe placement
consistent with D. Let d;; = 1 and (k, !) be on the path with k < i < [, where by
assumption, (k, 1) is not an excluded cell. Suppose some clone in 7y - - - m; does
not contain probe j. All clones in this atomic interval that do not contain probe j
must have right endpoints to the right or to the left of clone ¢, as otherwise (&, [)
is excluded. Without loss of generality, we assume all are to the right of clone 3.

Let clone k' be the rightmost clone in the interval (k, ) that does not contain
probe j. Then, the first cell in row &’ + 1 on the lattice path corresponds to an
atomic interval where all clones do not contain probe j. All d;; = 1 can be
satisfied by placing probe j in this manner. See Figure 6.15. [ ]

! :

atomic interval (k, 1) _/

Figure 6.15: lllustration for Theorem 6.7

[ UL PIpUI IS .

Theorem 6.7 tells us that any path that does not pass through a cell excluded
under the data D corresponds to a layout consistent with the data D. In fact, it is
possible for given 7 to find the layout and probe placement that gives the data D.
Without loss of generality, 7 = (1,2,...,N).
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First of all we find all excluded cells. The data d;; = 1 if and only if probe j
isinclonet. Whendy_;; =0, dpj =diq1,; =---=d;; =1,anddj11; =0,
cells (k',1’) are excluded when k' < k <[ < I'. To find all excluded cells, we
first find such runs and then these “local” exclusions, which are determined by
looking at each probe.

In Figure 6.16, an example with seven probes and seven clones is presented.
The clones are indexed by left endpoints, A to G, while the probes are indexed
by 1to 7. In Figure 6.16(a) is the data D. From these data we can find the
lower-leftmost excluded point for each run of 1’s in the columns of D. These are
marked by “x” in Figure 6.16(b). Finally, in Figure 6.16(c) is the entire excluded

[TERL1]

region marked by “x””’s along with a path corresponding to a consistent layout.

The layout in Figure 6.16(c) is special. It corresponds to the layout that has
the maximum clone overlaps or minimum number of probes that are consistent
with the data. See Problem 6.14.

A B _C D E _F_G 1 2 3 4 5 6 7
o]l 1] of 1lo] of 1 ] X| |x
20 01 1} 1| oy O] 1] 0O 2 X
sl 1] 1] 1] oo o] o 3 X | %

D= 4l o 1| 1| 1|o] o] 1 4 X | %
st 1] 1P o) o 1| 141 5
sl ol ol ol t]1] 0] o0 6
71 1] o] O} 1] O] 1] 1 7
(c)

12 3 4 5 6 7

! X[ X[ X|X] X

2 XX X]| X

3 X X| X

4 X| X

Figure 6.16: Example of layout
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Problems

Problem 6.1 Find the value of ¢ at which the maximum expected number of
islands occurs (Theorem 6.1) and determine the value of the maximum.

Problem 6.2 Use Theorem 6.1 to derive the fraction f of clonable DNA in the
Carbon-Clarke formula (Proposition 5.1). Carefully explain your derivation.

Problem 6.3 Suppose each of N clones of length L is sequenced and that the
genome map proceeds according to Carbon-Clarke. Estimate the ratio of DNA
sequenced to DNA mapped for large V.

Problem 6.4 Suppose for a clone mapping experiment of coverage ¢, that ! bps
are sequenced on each end of the input, with 2/ < L. What expected fraction
of the genome will be sequenced in this way? If | << L, estimate the length of
sequence islands and the size of the oceans between islands.

Problem 6.5 Assume we are mapping by fingerprinting with clones of length L
requiring # or more overlap. Show that a point in the genome can belong to as
many as 1 +max{k : kinteger, k < 1/(1 — 6)} islands.

Problem 6.6 Apply the Chen-Stein method of Poisson approximation from Chap-
ter 11 to establish Theorem 6.4(i) with an explicit bound.

Problem 6.7 Two independent, homogeneous Poisson processes have rates A
and XA;, A, < A;. Clones of length L are characterized by first cutting into
fragments with process #1 and then with process #2. Two clones are declared
to overlap if they share matching landmark fragments. A landmark fragment
occurs when a process #1 fragment is cut by process #2. If both these fragments are
cut by process #2 and the resulting restriction maps match fragment by fragment
within 100 x 3%, clone overlapis declared. Find the expected number of landmark
fragments that match between two nonoverlapping clones.

Problem 6.8 With J(z) from Equation (6.1), use Equation (6.2) to establish
Theorem 6.5(iv).

Problem 6.9 Use Equation (6.5) to establish Theorem 6.5(v).
Problem 6.10 Use Equation (6.4) to establish Theorem 6.5(v1).
Problem 6.11 Use Equation (6.6) to establish Theorem 6.5(vii).

Problem 6.12 In the discussion on clone pooling for an \/]V x VN grid of clones,
rows and columns were pooled. Describe two other easily accomplished poolings,
each with (VN — 1) pools, where each pool has (v/N + 1) clones.
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Problem 6.13 If in the proof of Theorem 6.7, all clones not containing probe 7 in
the atomic interval (k, [) are to have right endpoints to the left of clone ¢, let &’ be
the rightmost such clone. Describe the location of the first atomic interval where
all clones contain probe j.

Problem 6.14 For the example of Figure 6.16 (i), find the maximum overlap
layout and place labeled probes on the layout. (ii) Find also the minimal overlap
layout and place probes on that layout.

Problem 6.15 State and prove the results of Theorem 6.5 for the case where clone
lengths L are iid random variables with mean E(L).



Chapter 7

Sequence Assembly

The fundamental value and role of DNA sequencing has frequently been em-
phasized in this book. The rapidly growing nucleic acid and protein sequence
databases depend on the ability to read DNA. A Nobel prize was given to Gilbert
and to Sanger in 1980 for their 1976 inventions of two methods of reading DNA
sequences. At present, using the Gilbert or the Sanger method, it is routine to
read a contiguous interval or string of DNA up to 450 basepairs in length. In
Chapter 8 we will see that there are many sequenced DNAs of length 50,000 to
over 300,000. The process of using the ability to read short substrings to deter-
mine strings that are 100 to 1000 times longer is quite involved. In Section 7.1,
we will study the so-called shotgun sequencing method to accomplish this. Shot-
gun sequencing has been employed since the invention of rapid sequencing in
1976 and, although there are many methods that modify this essentially random
approach, it is still widely used. Recently, there has been a proposal to develop
sequencing by hybridization, a method that essentially uses the k-tuple content
of a sequence as data for sequence determination. The computer science aspects
of sequencing by hybridization which we discuss in Section 7.2 are quite distinct
from that for shotgun sequencing. It is certain that other new techniques will be
developed or significantly refined to make genome sequencing routine. It is less
certain what role mathematics or computer science will play, but the excitement
of this important enterprise is contagious.

7.1 Shotgun Sequencing

In this section we will use the ability to read a strand of DNA of length I, where
usually [ € [350,1000]. All procedures are based on the following. Identical
copies of the same single stranded DNA are subject to four different reactions,
one reaction for each base. Each reaction results in a collection of single stranded
molecules, beginning at 5’ and ending at one of the bases in the sequence specific
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5"ATCCACGGCCATAGGY¥
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all 5’ substrings ] ATCCACGG
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Figure 7.1: Sequencing data for ATCCACGGCCATAGG

to the reaction. Each molecule is labeled, sometimes at the 5’ end and sometimes
at the terminating base. The DNA from each reaction is put in a separate lane and
the four lanes analyzed by electrophoresis. See Figure 7.1 and Section 2.4

One of the complicating subtleties of the sequence assembly problem is that
the orientation of a sequenced single stranded fragment f is unknown; that is,
f could be either strand of the molecule we wish to sequence. Therefore, when
comparing two fragments f; and f,, they could be on the same strand, or it might
be necessary to take the reverse complement of one of them, f[, to have them on
the same strand.

The basic shotgun sequencing problem has data generated from the molecule
a = ajay---ar to be sequenced. The data are the sequences of fragments
fi, f2, ..., fn atrandom, unknown locations in a. Our problem is to infer a from
F=Afi,fr,.-, In}.

In Section 7.1.2, we discuss the computational complexity of shotgun sequenc-
ing. Then, in Section 7.1.3, a greedy algorithm is shown to give a sequence at
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most four times the shortest possible sequence that contains all f; € F. The usual
approach to sequencing, allowing errors in f;, is outlined in Section 7.1.3. In
Section 7.1.4, we discuss how to estimate errors in the assembled sequence.

7.1.1 SSPis N P-complete

First we abstract and idealize our problem into the shortest common superstring
problem (SSP). Here we have the set 7 = {fi,..., fn} of fragments or strings
and we wish to find a string S of minimal length (a shortest common superstring)
such that f; is a substring of S for all <. Here we do not have fragment reversals
or errors in reading fragments.

For an example of SSP, consider the fragment set,

fi=ATAT,
f,=TATT,
f3=TTAT,
f1=TATA,
fs=TAAT,
fo=AATA.

The shortest superstring S containing these f; follows:

S=TAATATTATA,

fi= ATAT,

f = TATT,

fy= TTAT,
fi= TATA,
fs=TAAT,

fo= AATA.

Theorem 7.1 (Gallant et al. 1980) SSP is NP-complete.

The proof that SSP is NP-complete does not give much insight into sequence
assembly, and is not given here.

It is possible to introduce error into SSP in many ways. One way is by the
sequence reconstruction problem (SRP) which is, given the fragment set 7 and
an error rate € € [0, 1), to find a sequence S such that for all f; € F there is a
substring a of S such that

miax{min{d(av fi)vd(a7 fzr)}} < €|a|'

In SRP, we have both reversible fragments and error. Of course, problem SRP
is still NP-complete.

Theorem 7.2 SRP is NP-complete.
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Proof. We restrict ourselves to the alphabet {A,C,G,T}. Start with an example
SSP with fSSP = {s1,82,...,8,}. We construct a SRP problem as follows.
For each s;, we create f; by replacing every letter x by AAXCC. For example, if
s; = ATG, then f; = AAACCAATCCAAGCC.

Notethat f = AAz|CC- - AAz,,CChas f7 = GGz{TT--- GGz TT. There-
fore f; cannot overlap any f7. Thus, the solution to SRP with ¢ = 0 gives a
superstring for ]:SSP{SSP' If any GGx°TT occur in the SRP solution, simply

replace x° by x. Conversely any superstring of Fggp gives a reconstruction for
SRP with F = {f} defined above. The reconstruction has five times the length
of the superstring. A polynomial time algorithm for SRP thus gives a polynomial
time algorithm for SSP. (]

7.1.2 Greedy is at most Four Times Optimal

In this section, we will study a greedy algorithm for superstring assembly. The
greedy algorithm sequentially merges fragments, taking the pair with the most
overlap first. It is possible to prove that greedy is at most 2.75 times optimal,
although we do not present that proof here, and it is conjectured that greedy is
at most 2 times optimal. Because many DNA sequence assembly algorithms use
a greedy algorithm, it is interesting to study greedy algorithm behavior in the
idealized setting of SSP.

Our set of strings is F = {fi, f2,..., fv}. We assume f; # f;, i # j,
and that no string f; is a substring of f;, all ¢, 5. For strings f; and f;, let v be
the longest string such that f; = wv and f; = vw. v = 0 is possible, whereas
u = @ is not allowed. Then define the overlap ov(i, j) = |v| and the prefix length
pf(i,7) = |u|. For example, if f| = ATAT and f; = TATA, then ov(1,4) = 3
and pf(1,4) = 1, as

fi = ATAT,
fi= TATA.

Although in this example ov(1,4) = ov(4, 1) this is not generally true.

The prefix graph G = {V, E,pf} for the fragment F is an edge weighted,
directed graph with N vertices, V = F, N2 edges E = {(f, f;) : 1 <i,j < N}
and each edge (s, s;) has weight pf (¢, 7).

For illustration, we will use the set from Section 7.1.1 when F = {f, ..., fs}
with
fi=ATAT,
f»=TATT,
f=TTAT,
fa=TATA,
fs = TAAT,

fo = AATA.
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It will turn out that superstrings will correspond to cycles in the prefix graph.
A cycle in G is a path with initial and terminal vertices equal. The cycle of
Figure 7.2 corresponds to the substrings of Figure 7.3 or

fi = ATAT
fi = TATA
fi = TTAT
f, = TATT

fi = ATAT

Superstring S = ATATTATAT

We have |S] = 9.
/o /i
e \sz
S
Figure 7.2: Cycle of fi, fa, f3, fa
fi
J4
S
f2
fi

Figure 7.3: Substrings of fif2f3fa

Recall that a Hamiltonian cycle visits each vertex exactly once and that finding
minimum weight Hamiltonian cycles is NP-complete. Define MWHC(G) to be
the sum of the weights in a minimum weight cycle. This is a traveling salesman
problem (TSP); see Section 4.4.2. OPT(s) is the minimum length superstring.
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fir

W, Wy Wy

Figure 7.4: Hamiltonian cycle

Lemma 7.1 MWHC(G) < min{|S| : S is a superstring for F} = OPT(S).

Proof. The cycle achieving MW HC(G) has sum of cycle weights less than or
equal to that of the weighted Hamiltonian cycle for S which has weight W =
Z;V:l w; and w;= prefix weight (See Figure 7.4.) Each sequence is contained in
this configuration of overlapped strings f;, fi,,..., fiy (we do not include the
second occurrence of f; ). Therefore, where iy = i,

N1
MWHC(G) < W = pr iy ij41) ZPf(%JjH)*‘PfUN»iI)

Jj=1

=
L

< pf(7],1]+1)+pf(27\/,11)+OV(’LM,Z])

i

Z
L

= ) pfi ) + [ fin] = 15|

.
Il

]

Now assume that we allow any number of cycles where each vertex is assigned

to exactly one cycle and the total weight of cycles is minimized. Let the cycle
cover (CYC) weight of G be defined by

CYC(G) = Z weight of cycle i = Z W;.

Lemma 7.2 CYC(G) < MWHC(G) < OPT(S)

Computing CYC(G) is much easier than MWHC(G). In fact, the following
greedy algorithm does this. The idea is that the two strings with maximum overlap
are merged.
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Algorithm 7.1 (Greedy)

1. T—{fi,fo,..,[n}S—0

2. while 7 #0, do

141

for s,t € T with max{ov(s,t)} (s=1t possible)

(a) if s#t merge s and t to wvw;

(b) if s=1t remove s from 7; add s to S.

3. when 7 =0 output T the concatenation of strings in S.

Lemma 7.3 Overlap between merged strings in algorithm greedy can be deter-

mined from overlap between the original strings.

Proof. The lemma fails if and only if merging f; and f, (say) into f = wvw has
some f; as a substring of f. As f is not a substring of f; or f, by assumption, it
must include the overlap v between f; and f, and some of the prefix u. Therefore,

ov(f1, f) > ov(fi, f2), which is a contradiction.

We now apply the algorithm greedy to our example data 7 = {fi,..., fe}.
Note that the merged strings can be indexed by the sequence of original strings.

To begin, we compute the data ov(f;, f;).

(U R R S

6

123456
2131113]1]0
op1211)1]0
213|1113]1]0
312{0(2(2|1
211111113
312{0]2]2|1

1. There are several ¢, j with ov(fi, f;) = 3. We arbitrarily choose f; and f;.
Merge f) and f4 to obtain ATATA.

2. Because ov( fs, f1) = 3, merge fs and f; f4 to obtain fg f| f4 = AATATA.

3. Because ov(fs, fsg) = 3, merge fs and fefifs to obtain fsfsfifs =

TAATATA.

4. The last (accessible) length 3 overlap is fi f, which we merge to obtain

ff» = TTATT.

5. The overlaps come from the ends: ov(f2, fs) = 1, ov(fs, f3) = 0, and the
self overlaps: ov(fs, fs) = 2 and ov(f, f3) = 2.

Merge f, and fs which are two ends of the same string:

S — {fsfshifa} | 0.
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6. Merge f; and f3 which are two ends of the same string:

S — {3 | Fsfsfifa},
T = 0.

7. Concatenate strings in 7

T = TTATTTAATATA

The idea is that each superstring in 7 is a cycle in the graph G. When we
form our superstring for the output, we break cycles and concatenate.

fi

fa

f3 fs
£ fo

Figure 7.5: Concatenating cycles Cy and C,

In Figure 7.5 the cycles are C| = fifafsfaf) and C; = fsfsfs. If we set
I, = max{|f;| : f; € cycle C;}, and w; is the weight of cycle 7, then

|S] < Z(lz‘ + w;)

A string s = 8157 - - - 8, has period p if s is a substring of 5155 --- 5,518 - - -
Spr- 8182 8p = (S182- - sp)’C for some k. The following lemma is useful in
the proof of Theorem 7.3.

Lemma 7.4 If a string s has two periods of length p; and p; and |s| > p; + pa,
then s has a period of length ged(pi, p2).

Proof. It can be shown that, whenp; < pa, the string has a period of length p, — p;.
Applying Euclid’s algorithm gives us that s has a period of length gcd(p1,p2). ®

Theorem 7.3 If the greedy algorithm produces superstring T, then

IT| < 4 OPT(S).
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Proof. To begin we note that for every cycle in our graph G, the cycle weight w
is equal to the period length p of a superstring associated with the cycle. Clearly
the cycle weight w which is the number of letters until the repetition of the first
string is a period of T'. If there were a smaller period, that would contradict the
construction of T'.

Let C; and C, be two disjoint cycles in G with f; € Cy and f; € C;. Then
the overlap u of f; and f; has length |u| < w; + wy. To see this, note that f;
has period w;. If |u| > w; + wy, then f; and f, and, hence, all strings in C,
and C; should be in the same cycle of weight gcd(w;, w;), which contradicts the
minimality of the cycles.

Take the longest string from each cycle and merge them optimally, say in
order 1l - - - l;.. Each adjacent pair [;, [;;| cannot overlap by more than the cycle
weights w; + w;4, so total overlap is bounded by 2 3 ; w;. The merged string
has length L. Then

LZZli—ZZw,‘ :Z(li—zwi)»

2

SO

OPT(S) > L > (i — 2w,).

1

Finally,

IT) <D (wi+1)

= Z(ll - 211)1) + Z 3w;

< OPT(S) + 3 OPT(S) = 4 OPT(S).

7.1.3 Assembly in Practice

Real DNA sequence assembly has several problems that the idealized superstring
problems do not. There is the issue about whether f; or f is the proper choice.
More problematic is the fact that real sequence data comes with errors, mismatches,
and insertions or deletions (indels). Several strategies have been developed for
sequence assembly, but all have the following outline:

o fragment overlap statistics
o fragment layout or approximate alignment

e final multiple alignment
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For the first step, fragment overlap statistics, we must calculate how a fragment
fi overlaps f; (or f7). This is to put the fragment pair into an alignment and cal-
culate an alignment score or likelihood for the alignment. The computational cost
is (g]) times the cost of an individual alignment. Holding f; fixed in orientation,
f; and f7 can align with f; in the following ways:

i ——/ fi
5

There is also the possibility of no overlap

fi f;

Of course, f can replace f;, doubling the above possible relationships between
two fragments.

Overcap can be evaluated by an alignment score (See Chapter 9). Equal aligned
letters receive positive scores while unequal aligned letters receive negative score.
Inserted or deleted letters (indels) receive negative score. S(a, b) is the maximum
score over all alignments of a and b. We let s(a, b) be a similarity measure on
{A,C,G,T}, and g(k) = k¢ to be the indel penalty. Define

1<k<i<n,
1<I<j<m,
and at least one of

j =mnorl=mholds

A(a,b) = max S(ak(Lk+1 e 'ai,ble,] s b]) .

A dynamic programming algorithm finds A(a,b). An array of related algo-
rithms is presented in Chapter 9. We only present the algorithm here and refer the
reader to Chapter 9 for a more complete treatment. Define

A(t, ) = max{S(arars1---biby1--b;): 1 <k<iand1 <1<y}
Algorithm 7.2 (Overlap)

input: a,b,s(.,.),é
output: A(s, )

A(0,7) = A(i,0) — 0 for i=1,...,n;j=1,...,m
for 1=1,...)n
for j5=1,...,m
A(ivj)’__max A("v]_])’—év
A(i_l,j_l)+s(aiabj)

end

end
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This is like the local alignment algorithm but does not have a 0 in the recursion.
(See Chapter 9.) The score for the best alignment for all four overlap possibilities
is obtained by looking on the borders:

A(fi, f3) — max{A(, |£5]), A(lfil 7)1 < e <Al 1 <5 < U5}

These alignments correspond to the overlaps of f; and f; represented above.

For the second step, fragment layout, we must arrange the fragments into
an approximate alignment. We describe a greedy algorithm to do this. Frag-
ments contained in others are first identified and associated with the fragment into
which they best fit. For each remaining (noncontained) pair we must choose an
orientation from

max{A(fi, f;), A(fi, f)}.

Requiring A(f;, f;) > C ensures high quality overlaps. The first pair we layout
is

max{max{A(fi, £, A(fo S}

As the best overlaps are found, that pair of fragments are put into contigs or
islands. The location or actual overlap of the fragments is not the score we use.
Note that relative orientation is set at this point. When two contigs are put into a
large contig, the overall relative orientation is easy to find.

Itis possible to make errors in a greedy approach and schemes such as stochas-
tic annealing can be used to probe other alternate assemblies. Clearly this is a
version of the Hamiltonian path problem from Sections 7.1.1 and 7.1.2 where
we want to visit all vertices at minimum cost.

Although we have given a brief sketch of practical sequence assembly, anyone
who has read the multiple alignment chapter (Chapter 10) will realize that this
is a very complex problem. Sequence assembly is multiple alignment with new
degrees of freedom as to where the fragments belong. The several packages
to accomplish this problem have not yet proved to be robust for the size and
complexity of data coming from sequencing laboratories.

7.1.4 Sequence Accuracy

It is natural to ask how accurate assembled DNA sequences are. Most of the
information about this important topic comes from sequence that is determined in
different laboratories and then compared. Still, sequence assembly is basically a
random process and we should be able to make a statistical statement about the
finished product. What we present in this section is an estimate of the probability
that the i-th letter of an assembled sequence is A, C, G, T or —. It is necessary to
make a number of assumptions.

The key assumption is that the fragment assembly is correct. This is unrealistic
in practice, but the reader should view this section as giving a first analysis of a
difficult problem. It is also assumed that all fragments and indeed all portions of
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each fragment are equally reliable. As we know that sequence is frequently less
reliable as we move along the gel, this, too, is a simplifying assumption. Also,
we assume sequencing errors are independent of their local context and that they
occur at constant rate across the entire sequence. Finally, we assume the sequence
is composed of iid letters.

Now we set the notation for our problem. As usual, 7 = {fi, f2,..., fn}
are the set of fragments. These fragments are aligned into an assembled sequence
which corresponds to columns ¢ in a matrix and the fragments corresponding to
rows j. The matrix is conveniently filled in by () where the fragments do not align;
that is, each element z; in our matrix is a member of B = {A,C,G, T, —, 0},
where {A,C,G,T,—} indicates an aligned fragment and § is to fill in the beginning
and end of the row. The true sequence corresponding to the n columns is s =
{s1,82,...,8n}, wheres; € {A,C,G,T,—} = A. Itis necessary to keep track of
fragment orientation because specific sequencing errors can depend on orientation.
This is done by

i 0 fragmentj as is,
77 11 fragment j is reverse complemented.

Our goal is to estimate
mi(a) =P (s; = alz;;,5=1,...,N).
We first assume knowledge of the sequencing error rates:
p(bla) = P(z;; = b|s; =a),a € A,b€ B.

A simple application of Bayes rule then gives the next equation. With the above
notation,

n@) = OIS0 = rpsle) +roplagle)
1 e P(O) TLZ, [(1 = 75)p(s5[b) + (rp(as;16°)] .

As we might not have good estimates of p(b|a), we now give an algorithm to
estimate 7;(a) when p(ba) is unknown. The algorithm is a special case of the
EM (expectation maximization) algorithm. If the true DNA sequence were known,
it is a simple matter to estimate composition and error rates. The base a occurs

Ng = i]l(s,- =a)
1=1

times in s. The number of times a was recorded as b in a fragment is

n N
nab = Y 3 [(1=7)I(zi; = b)(s; = &)l + 7;1(z5; = D)I(s{ = a)] (7.2)

=1 j=1



Sequence Assembly 147

forall a € A and b € B. Maximum likelihood estimates of the base composition
and error rate parameters are given by

N Ng

pla) = o (7.3)
p(bla) = T::". (7.4)

This situation suggests the following algorithm for the simultaneous estimation of
the error rates and the distribution 7.

Algorithm 7.3 (Accuracy)

1. Initialize the consensus distribution. Set mi(z)=1.0,
where z is the most frequently occurring letter at
column .

2. Estimate p(a) and p(bla) for all a,b. Set the counts n,
and ng, equal to their conditional expected values

N
fa =Y m(a),
=1

n N

fap = 3 [(1 = r)(zi; = b)mi(a) + 51 (25 = b)mi(a®)]
i=1 j=l
and estimate p(a) and p(bla) as before [Equations (7.3)
and (7.4)].
3. Recompute 7;i(a) for all : and a according to
Equation (7.1), with p(a) and p(bla) replaced by their
current estimates.
4. Continue. If the changes in p(bla) and p(a) are less
than ¢, for all a and b, stop, otherwise go to step 2.

7.1.5 Expected Progress

A reasonable stochastic model for sequence assembly is closely related to the
ocean and islands model for physical mapping by fingerprinting random clones
(Chapter 6). Here we have N fragments of length [ located at random in a longer
sequence of length L. The model is that left ends of fragments occur according to
a Poisson process at rate N/ L. The fraction overlap required to establish overlap
is 6. This fraction is small. For example, 20 bps might be determined adequate to
establish overlap, so 8 = %9 = 325% is a typical value of 6.

Clearly, Theorem 6.1 applies directly. Relevant earlier results are collected
in the next theorem. The fraction of the [0, L] covered by at least k fragments is
useful for estimating the underlying sequence and for understanding the rate of
progress. Note that we assume ! << L and that effects from the two sequence
ends are assumed to be negligible.
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Theorem 7.4 For a shotgun sequencing project using the above notation and
assumptions, letc = N1/L. Then:

(i) The fraction of [0, L] covered by k fragments is
—cck
k!

€

(ii) The expected number of apparent sequence islands is Ne=<(1=9),

(iii) The expected length in bps of an apparent island is

z{(eC“—")— 1>/c+9}.

(iv) The probability that there is at least xl bps between apparent sequence
islands is e=<(=+9),

Proof. Only (i) is not already stated in Theorem 6.1. Consider t € (0,L).
Then t is covered by k fragments if and only if X = k left clone ends oc-
cur in [t — I,t]. Therefore the depth K is P (£1) = P(c). If Xi(t) =
[(t is covered by k fragments),

—cck

k!

€

-G
é/o Xe(t)dt — E(Xy) =

It is of interest to know the largest distance between sequence islands (8 =
0) because the experimentalist will switch from shotgun sequencing when that
distance is small enough. There are Ne ¢ oceans, each ocean length Y; is
exponential with distribution function 1 — ¢~°% and mean 1/c. As will be shown
in Chapter 11, E (max; ;< .- ¥;) = Llog(Ne=¢) = 1—9%— -1= L—‘;}Qﬂ -1
More precise details about this distribution appear in Chapter 11.

7.2 Sequencing by Hybridization

Recently, a new approach to sequencing DNA was proposed, sequencing by
hybridization (SBH). In the language of this book, the method might also be
called sequencing by k-tuple composition. The idea is to build a two-dimensional
grid or matrix of all k-tuples. Ateach (¢, 5) is attached a distinct k-tuple or probe.
This matrix of probes will be referred to as a sequencing chip. Then a sample
of the single stranded DNA to be sequenced is presented to the matrix. This
DNA is labeled with a radioactive or fluorescent material. Each k-tuple present
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AAA ACA AGA ATA
AAC ACC AGC ATC

AAG ACG AGG

AAT ACT AGT ATT
CAA CCA CGA CTA
CAC CCC CTC

CAG[CCG] CGG CTG
CAT CCT CGT CTT

GAA|GCA |GGA GTA
GAC|GCC| GGC GTC

GAG GCG GGG
GAT GCT GGT GIT
TAA TCA TGA TTA
TAC TCC TTC
TAG TCG TGG TTG

TAT TCT TTT

Figure 7.6: The matrix of 3-tuples and hybridization results

in the sample is hybridized with its reverse complement in the matrix. Then,
when unhybridized DNA is removed from the matrix, the hybridized k-tuples
can be determined with a device detecting the labeled DNA. In Figure 7.6, we
present a grid of the 43 = 64, 3-tuples along with the hybridization results from
a = ATGTGCCGCA.

There are some technical difficulties with this method, both experimental and
mathematical. A major experimental difficulty results from the hybridization be-
tween k-tuples. Some k-tuples, such as those with high G-C content, hybridize
more strongly than others. In addition, there can be nonperfect hybridization in-
volving mismatches. All this contributes to errors in the SBH data, where k-tuples
in the sequence are not hybridized. For this section, we assume perfect hybridiza-
tion data. Another experimental implication for SBH data is that multiplicities are
ignored. When a k-tuple occurs more than once, we can only learn that it occurred
at least once. So far, SBH is not a practical method to sequence DNA.

The mathematical aspects of SBH are also nontrivial. Note that if k is too
small, for example, the SBH data is too clumped to find the sequence. It is,
for example, not useful to learn that all sixteen 2-tuples are present in a DNA
sequence 100 letters in length. Usually in these cases almost all k-tuples will
have a hybridization signal, but the data will not allow us to resolve the sequence.
Obviously, it is an advantage to take k as large as possible. In fact, if the sequence
to be determined is of length n, it would be ideal to have a grid of all 4™ n-tuples.
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Then the sequence could be read from one hybridization on the matrix. Obviously,
this is experimentally impractical, and our goal is to resolve as much sequence as
we can from our k-tuple matrix. Biologists work on increasing the feasible size
of k; currently, £ = 8 has been constructed and perhaps £ = 10 can be obtained.

To summarize, we have data I,, = 1 if w is a substring of a and [, = 0
if w is not, for each k-tuple w. Hybridization data is nonrandom and of quite
distinct character. We build a graph from the set of k-tuples of a defined to be the
spectrum S(a) = {w : w = $;Sit1 - Siyk—1,1 <t < n+1—k}. Here, we
make S(a) a multiset so that | S(a)| = n — k + 1. The first graph we consider is
H with vertex set S = Vy and directed edges between u,v € S if the last £ — 1
letters of u are equal to the first k£ — 1 letters of v. For example, the sequence
a = ATGCAGGTCC has vertex set ATG, TGC, GCA, CAG, AGG, GGT, GTC,
TCC, and the graph H in Figure 7.7. The motivation for the graph is that an edge
between u and v accounts for the adjacent overlapping occurrence of u and v in
the DNA sequence. A Hamiltonian path visiting all vertices gives a solution to
the SBH assembly problem.

In Figure 7.7, the Hamiltonian path is unique. However, in Figure 7.8, we
show another graph for the sequence a = ATGTGCCGCA. There are several
alternative branchings and we are faced with the NP-complete problem of finding
Hamiltonian paths.

An alternate data structure changes the basic graph problem from a search for
Hamiltonian paths to a search for Eulerian paths. There are efficient algorithms
to find Eulerian paths and necessary and sufficient conditions for the existence of
Eulerian paths. The directed graph G has as vertex set V¢, the set of (k — 1)-tuples
from the spectrum, where each k-tuple of the spectrum contains two {(k — 1)-tuples.
The (k — 1)-tuple u is joined by a directed edge to v if the spectrum S contains a
k-tuple whose first (k — 1)-tuple is u and second (k — 1)-tuple is v. There can be

ATG TGC AT TG

\o GCA 3y GC

o CAG \o CA
H G L
AGG AG
£GGT GG
S /
o o
TCC GTC cc  TC GT

Figure 7.7: Graphs H and G for ATGCAGGTCC
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ATG  TGT
[o]
GTG AT TG GC CA
 — —>0
TGC @
H Gr CC CG
GCC
G
CCG
GCA CGC

Figure 7.8: Graphs H and G for ATGTGCCGCA

multiple edges in this graph and Vi is not a multiset. Examples of the directed
graph G is shown in Figure 7.7 and Figure 7.8. Note that the graph G in Figure 7.8
is much simpler than graph H.

Euler’s theorem for directed graphs gives conditions for the existence of an
Eulerian path. Define for vertex v

in(v) = indegree(v)
out(v) = outdegree(v)
d(v) = in(v) — out(v)

Label the starting vertex s and the terminal vertex t. There is an Eulerian path if
and only if

in(v) = out(v) forv # s,t,
out(s) —in(s) = 1,
out(t) —in(t) = —1.

Il

Il

The key turns out to be the intersection graph of cycles in G. We now define
this graph. First, add an arc from ¢ to s, so that our interest is now in Eulerian
cycles. Then decompose G into simple cycles: v;, — v, ... v;, = v;,, where
no v; = v; except for v;;, = v;;. An edge can be used in at most one cycle
C, but vertices can be used arbitrarily many times. For these cycles, define the
intersection graph G of the cycles Cy, (s, . . ., C; where if cycles C; and C; have
[ vertices in common, connect them by [ edges in G;.

Returning to graph G in Figure 7.8; the simple cycles look like
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¢
o—>0—>0—>e
s R R t
N 4
. °
so the graph G is
¢
G Cs

which is a tree; that is, G; has no cycles. It turns out that this property holds in
general. The next theorem holds for general graphs G.

Theorem 7.5 The intersection graph G of simple cycles from G is a tree if and
only if there is a unique Eulerian cycle in G.

Proof. Let G| be a tree with n vertices. The proof is by induction. If G contains
one vertex, then G has one cycle and the theorem is true. Assume the statement
is true for all trees up to n — 1 vertices. Consider a leaf corresponding to a cycle
C in the n vertex tree G;. C has only one vertex v in common with the graph G’
with the cycle C removed. Clearly, the graph G’ is a tree with n — 1 vertices and
by induction has a unique Eulerian cycle E passing through v. This implies that
the unique Eulerian cycle in G begins at v, passes through E, back to v, through
C, and ends at v.

Let G have a unique Eulerian cycle. We prove G is a tree. Assume G is not
atree and, therefore, contains a cycle. The cycle with k vertices in G corresponds
to k cycles in G. See Figure 7.9. It is easy to see that combining these cycles in
G we have at least two Eulerian cycles, obtaining a contradiction. n

To apply Theorem 7.5 to SBH data, we need to transform the SBH graph G in
a simple way. To see the necessity for this, consider the case where a particular
k-tuple is repeated twice (and no other k-tuple repeats exist). As the first repeat
can be uniquely identified with s and the second with ¢, there is a unique Eulerian
cycle. However, the cycle graph is




Sequence Assembly 153

Figure 7.9: G where G| has k = 4 cycles

where two vertices with in(v) = out(v) = 2 are the repeated (k — 1)-tuples,
and the lower arc of C; represents the path between the k-tuple repeats. The
intersection graph is

¢y

which is nota tree. To fix this difficulty we recursively merge all vertices v; and v;
into v where all arcs entering v; are those leaving from v; and in(v;) = in(v;). If
the new graphis G*, we note that G* has an Eulerian path from s to ¢ (or whatever
vertex s and ¢ are mapped to) if and only if there is an Eulerian path from s to ¢ in
the original SBH graph G. Our example becomes

*
(o G
® >4. > and
*
C} G

If the k-tuple repeat occurs three times, then the graph G* has cycles

m
[ ] @ >0
o
e

and G7 is not a tree:
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7.2.1 Other SBH Designs

The matrix of probes is called a sequencing chip. Thus far, we have studied
the classical chip C(k) of all k-tuples. It is, of course, possible to look at other
possibilities than all k-tuples and ask what is the best design. First, we set a
criterion for the design.

For the sequence s = 3182 SmSm+1 - - - Sn, We assume the first m letters
have been determined. We will estimate the probability P(U(m,n)) of unam-
biguously extending the sequence 515, - - - $,, in one letter to the right. In typical
statistical style, we will require for a small probability « that

1 -PU(m,n)) < a.
Our criteria of goodness will be
Nmax = max{n : 1 — P(U(m,n)) < a}.

This is just the largest n such that the extension probability is small. Below we
assume the sequence letters are iid uniform.

We will consider four different sequencing chips. The chip C(k) has already
been described. The capacity ||C|| of a chip is the number of probes. ||C (k)| = 4*.
Recall that R denotes purines A,G and Y denotes pyrimidines T,C. In addition
W (weak) denotes A, T whereas S (strong) denotes C,G. X denotes an arbitrary
letter A, C, G, or T. Our sequencing chips will now have a pool of probes at each
position.

e The binary chip Cy;,,(k) is composed of all probes in the sets

{W,S}{W,S}---{W,S}{A,C,G, T} = {W,S}*{A,C,G, T}

and
{R,Y}*{A,C,G, T}.
Clearly, ||Cpip ()|l = 2 x 2* x 4 and each probe is of length k + 1.
e The gapped chip Cgap(k) is composed of all probes in the sets
{A,C,G, T}

and
{A,C,G, T 1{X}*{A,C G,T}.
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Here, the second k — 1 letters are just place holders without sequence information.
|Cgap(k)|l = 2 4
e The alternating chip C,),(k) is composed of all probes in the sets

({A,C,G, 1)) {X}{A,C,G, T}

and
({A,C,G, T})*? {X}{A,C,G, T}

Here, alternating letters have positional information. ||Cy, (k)| = 2 x 4.

It might not seem like these designs will differ substantially in resolution power
from the classical or “uniform” chip C(k) = C\,if(k) discussed earlier. It will
turn out otherwise. For ease of calculation, assume all k-tuples have probability
4k,

For the uniform chip,

Punif(U(m,n))
=P(sm-k+2° " 8mZ & S(s) forz # smyr) = ((1 - 4—k)"_k+1)3-

We have neglected self-overlapping words in this calculation and we have assumed
the independence of s;,—k+2 - Sm& and Sy k41 - - - Spy for x # y. Therefore,

3n—-k+1 3n 3n
1 = Punif(U(m,n)) = —-(———-—) = =

N U T OIN
The solution for 7, is then

e IOl

3

For the binary chips, the ambiguity results from cases where the spectrum
Spin(s) contains both a v'y probe and a v"y probe, where y # smy; and
Sm—k+1" " Sm Written in the W — S alphabet is v'; s;—k41 - - S Written in
the R — Y alphabet is v"”. The probability that vy is not in Sp;,(s) is approxi-

mately (1 — =

)n—k so

Ppin(U(m,n)) = P(both v'y and v"y not in Sy, (s))

1 \"* 2 n \2 n?
1 (1-— 5(—-)=—
2%3 2%3) T 22D

Note that P(v"|v') = P(v") for a uniform alphabet. We have assumed that vy
and v"y are approximately independent. Therefore,

2 \2 3n2 12n?
1~ Ppin(U(m,n)) =1 - (1 - 22(k+2)> ~ 264D T [[Cpin(R)E
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Therefore, for binary chips,

1
Mmax = _\/TE”Cbin(k)H\/a-

For k = 8 and @ = 0.01, we get for the classical chip C(8) = C\;,;f(8) the value
of Nmax = 210. For binary chips nyax = \/%HCH\/(; and with o = 0.01 and

IC|| = 48, we get nmax = 1800, a huge gain. This result also holds for alternating
and gapped chips.

7.3 Shotgun Sequencing Revisited

In Section 7.1, we learned that quite accurate fragment sequences are relatively
easily obtained, and that the sequence a is determined by depth of coverage.
The disadvantage is that the problem is computationally hard and the fragment
errors, although not great in number, can mislead the analyst. In addition, the
relative fragment orientations are unknown. The conventional method of shotgun
sequence assembly, outlined in Section 7.1.3, is based on pairwise overlaps, not
the multiple overlaps actually in the data.

In Section 7.2, we saw that SBH sequencing by k-tuple content can be recast
as an Eulerian graph problem. However, since experimental reality keeps k small
and implies that the data will be error prone, most sequencing is still done using
variations of the method of shotgun sequencing.

Next, we will sketch a way to apply the ideas of SBH sequencing to shotgun
sequencing. Recall that we have a set of fragments F = {f1, f2,..., fn}. The
basic idea of the new algorithm is to apply the mathematical ideas of SBH to shot-
gun sequencing. We are given fragments of approximate length [ € [350, 1000]
and can just read along a fragment and determine all k-tuples where k is chosen
by the person setting up the algorithm. If there are 2% errors, on the average
there will be 50 — k correct k-tuples in every 50 bps of fragment data. With
k € [10,20], this gives a substantial fraction of correct data. The data determined
from fi, fo, ..., fx will look like

UwELh(f.'Uff) (’U]; UZ(:ui)(iav joc)) >

where w is a k-tuple occurring in Uf; in fragment f; at location j,, or at that
location in the reversed fragment f7. The k-tuple w occurs n(w) times.

To avoid the troublesome feature of fragment orientation, the fragment data is
simply enlarged by a factor of 2 to include f” as well as f. The algorithm will
then produce two identical sequences of which we only report one. The speed of
the method makes this a minor inefficiency and allows us to sidestep the usual
fragment orientation pitfalls.

Next is a sketch of the procedure. First take fragment data and produce k-tuple
data. Then construct the Euler graph on the (k — 1)-tuples (as in SBH). An edge
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has a weight associated with the number of associated fragments. Then collapse
all edges, edge; — vertex — edge,, where the data on the two edges is completely
consecutive without contradiction. Call these collapsed edges super edges. Then
perform a greedy Eulerian tour beginning with the heaviest edge(s). As the
tour proceeds, a sequence is produced without (direct) reference to a multiple
alignment. After all contigs or islands of sequence have been produced, eliminate
the duplicates.

Biologists require a multiple alignment to check the algorithm and to check
their basic fragment data. This is easily done after the Euler sequences have been
produced. Simply apply the hashing methods from Chapter 8 to see where a
fragment might align well to the Euler sequence. This gives candidate alignment
diagonals. Then apply dynamic programming restricted to a narrow band along
these diagonals. Most fragments fit almost perfectly with the Euler sequence, and
a multiple alignment that the experimentalist can examine is rapidly produced.

Algorithm 7.4 (Assembly)
input: N,k; fi,f2,..., fn
output: Sequence assembly

1. Convert fi,fo,...,fn,f1,f3,--, fn into (wWa,la,je) for all o
occurrences of w, when |w|=k.

2. Construct the Euler graph on (k—1)-tuples for the
k-tuples from 1. Each edge w has a=1 to n{w) pairs of
(fragment=i,, position=j.).

3. Collapse edges into super edges.
4. Perform greedy Eulerian tour(s).

5. Align fragment to sequence produced by (4).

If the reads are 100% accurate and no k-tuple repeats exist, then this algorithm
is guaranteed to give the correct sequence. It actually does very well in the
presence of errors and repeats.

Next, we give a simple example in which the complication of f and f~
is ignored for ease of presentation. The sequence a = ATGTGCCGCA from
Section 7.2 and Figure 7.8 is used. Our project has four fragments as shown:

a=ATGTGCCGCA

fi= GTGCCG
fo= GCCGCA
f1=ATGTG

fi= TGTGCC.

The data for £ = 3 becomes
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ATG: (3,1)
TGT: (3,2),(4,1)
GTG: (1,1),(3,3),(4,2)
TGC : (1,2),(4,3)
GCC: (1,3),2,1)
CCG: (1,4),(2,2)
CGC:(2,3)

GCA : (2,4).

an 32
[€X) &S
“2) '
a.D 126y oo 28

>0
>0

[
AT
@3 uwunwm

.<—————.
a4
2,2

The graph G is now

The sequence a is easily read begining from a heavy edge and moving forward
and backward.

Problems

Problem 7.1 In SSP, prove that

N
max | f| < |S] < Y 1Al
i=1
Give an example with N = 5, | f;| # | f;|, % # j, where max; | f;| = |S|. Givean
example where |S| = Zfll |f], for arbitrary N. (|A| = 4.)

Problem 7.2 For the stochastic model for shotgun sequencing in Section 7.1.5,
let the orientation of a fragment be 5’ to 3’ (+) or 3’ to 5’ (-) iid each with
probability 1/2. Find the fraction of [0, L] covered by at least one + fragment and
one — fragment.

Problem 7.3 For the sequence a = AATGATAGGCAGCCAC, (i) find the graph
G and (ii) find all sequence reconstructions consistent with G using k = 3.

Problem 7.4 Take a word oz - - -z, and define a = a;---a, by a; = z,
where [ = 2 mod r, where n > 27. Suppose S(a) is the spectrum where the
SBH k-tuples satisfy 1 < r < k. Further assume that x = zox; - - - ., has no
self-overlaps. (i) Find S(a) and (ii) find all sequences b = b; - - - b,, such that

S(a) = S(b).
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Problem 7.5 Show that for gapped chips, pax = 7'5 |Cgap(k)|lv/e.

Problem 7.6 Suppose there are 4% distinct elements in S(a). How many recon-
structions have spectrum S(a)? How long are these (shortest) reconstructions?

Problem 7.7 Suppose our sequences are for a two letter alphabet {R,Y}. It
is desirable to assign probes so that they differ as little as possible from their
neighbors. (i) Consider a one-dimensional array. Prove by induction that 2
words can be arranged so that each word differs from each adjacent neighbor
in exactly one position. (ii) Use (i) to construct a two-dimensional array of all
2% tuples of length 21 so that each word differs from each of its four adjacent
neighbors in exactly one position.

Problem 7.8 In Section 7.3, change f, in the example to f;, = CCCGCA, intro-
ducing and error. Execute the algorithm assembly.



Chapter 8

Databases and Rapid
Sequence Analysis

Rapid DNA sequencing has radically altered biology as we have discussed in
Chapter 1. It is difficult to grasp how quickly this transformation has taken
place. The vast amount of data has caused the growth of databases that collect
and distribute the sequence data as well as important related data. The major
DNA databases are the EMBL Data Library which is run by European countries,
GenBank which is the U.S. database and DDBJ, the DNA database of Japan.
Today, these databases are essentially identical in content. The growth of the
international nucleic acid database is shown in Figure 8.1.

In the 1980s, molecular biology became dependent on these databases for a
current view of known sequences. There was some difficulty achieving timely
entry of the sequences, but, today, almost all sequences are entered within a
month of publication. The reason rapid entry is important is so that biologists can
determine the relationship of their sequences with other sequences that have been
determined. In Section 8.5, we will present a widely used technique for screening
a database for sequence relationships.

Today, some sequences are published in a journal as well as entered into a
database. Increasingly, journals will not accept more than a small fraction of the
DNA or protein sequence that is determined. Genome projects promise to greatly
increase the rate and volume of DNA sequence. Therefore, databases will become
even more central to biology. Section 8.1 discusses a release of the nucleic acid
database.

What is the utility of being able to look up a DNA or protein sequence?
As described in Chapter 1, a DNA sequence is a blueprint for an organism’s
structure and function. Clearly, it is important to know the coding DNA, the
DNA regulating the gene, and so on. This information can be stored along
with the sequence. Protein sequences, of course, represent the working parts of an
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Figure 8.1: DNA database size

organism and are of much biological interest. Some proteins have a structural role,
such as those in skin, hair, and bone whereas others have a role as components of
molecular machines. Some amino acids are essential to the working of the protein
whereas others are much less important. In Sections 8.2, 8.3, and 8.4, we will
study some elementary computer science techniques to summarize or represent
sequences. First, we put the sequence into a compact or suffix tree form, where
much information about the sequence can be easily read. Then we give an easy
algorithm for hashing and chaining.

Another reason for organizing biological sequences into databases is to learn
new biology. Evolution conserves useful sequence patterns over great amounts
of evolutionary time. When a new sequence has a great deal of similarity with a
sequence already in a database, there is a good chance that the biological functions
might also be similar. In this way, new and useful biological hypotheses are formed
by sequence comparison. Without being much more specific, in Section 8.5 we
use the ideas of this chapter to motivate a heuristic sequence comparison method.
In Section 8.6, we give a rigorous sequence comparison method related to these
ideas.

8.1 DNA and Protein Sequence Databases

GenBank is indexed by release number. Release 82.0 appeared in Spring 1994 and
has 169,896 loci (separate sequence segments) representing 180,589,455 bases.
Release 76.0 (April 1993)had 111,911 loci with 129,968,355 bases. Release 82.0,



Databases and Rapid Sequence Analysis

thus, is 39% larger in number of bases than Release 76.0. A statistical summary

of Release 82.0 is presented in Section 8.1.3.

8.1.1 Description of the Entries in a Sequence Data File

LOCUS

DEFINITION

ACCESSION

KEYWORDS

SEGMENT

SOURCE

ORGANISM

REFERENCE

AUTHORS

TITLE

JOURNAL

STANDARD

A short unique name for the entry, chosen to suggest
the sequence’s definition. Mandatory.

A concise description of the sequence.

The primary accession number is a unique, unchanging
code assigned to each entry. This code should be used
when citing information from GenBank. Mandatory.

Short phrases describing gene products and other in-
formation about an entry. Mandatory

Information on the order in which this entry appears
in a series of discontinuous sequences from the same
molecule. Optional.

Common name of the organism or the name most fre-
quently used in the literature. Mandatory.

Formal scientific name of the organism (first line) and
taxonomic classification levels (second and subsequent
lines). Mandatory.

Citations for all articles containing data reported in
this entry. Includes four subkeywords and may repeat.
Mandatory.

Lists the authors of the citation. Mandatory.

Full title of citation. Optional.

Lists the journal name, volume, year, and page numbers
of the citation. Mandatory.

Lists information about the degree to which the entry
has been annotated and the level of review to which it
has been subjected. Mandatory.
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COMMENT

FEATURES

BASE COUNT

ORIGIN

/l

Introduction to Computational Biology

Cross-references to other sequence entries, compar-
isons to other collections, notes of changes in LOCUS
names, and other remarks. Optional.

Table containing information on portions of the se-
quence that code for proteins and RNA molecules and
information on experimentally determined sites of bi-
ological significance. Optional.

Summary of the number of occurrences of each base
code in the sequence. Mandatory.

Specification of how the first base of the reported se-
quence is operationally located within the genome.
Where possible, this includes its location within a larger
genetic map. Mandatory.

The ORIGIN line is followed by sequence data (mul-
tiple records).

Entry termination symbol. Mandatory at the end of an
entry/exactly one record.

8.1.2 Sample Sequence Data File

An example of acomplete sequence entry file follows. (This example has only two
entries.) Note that in this example, as throughout the data bank, numbers in square
brackets indicate items in the REFERENCE list. For example, in AAURRA, [1]

would refer to the paper by Huysmans et al.

GBSMPSEQ

2 loci,

LOCUS
DEFINITION
ACCESSION
KEYWORDS
SOURCE
ORGANISM

Sample Sequence Data File
280 bases, from 2 reported sequences

AAURRA 118bpss-TRNA  RNA  16-JUN-1986
A.auricula-judae (mushroom) 58 ribosomal RNA.
K03160

58S ribosomal RNA; ribosomal RNA.
A.auricula-judae (mushroom) ribosomal RNA.
Auricularia auricula-judae Eukaryota; Planta; Myco-
phyta; Basidiomycotina; Hymenomycetes;
Russulaceae.



REFERENCE
AUTHORS

TITLE

JOURNAL
STANDARD
FEATURES
rRNA

BASE COUNT
ORIGIN

/l

LOCUS

DEFINITION
ACCESSION
KEYWORDS
SOURCE
ORGANISM

REFERENCE
AUTHORS
TITLE

JOURNAL
STANDARD
COMMENT

FEATURES
rRNA

SOURCE

BASE COUNT
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1 (bases 1 to 118)

Huysmans, E., Darris, E., Vandenberghe, A. and De
Wachter, R.

The nucleotide sequences of the 5S rRNAs of four
mushrooms and their use in studying the phylogenetic
position of basidiomycetes among the eukaryotes
Nucl Acid Res 11, 2871-2880 (1983)

full staff review

from to/span description

1 118 58S ribosomal RNA

27a 34c 34g 23t

5’ end of mature rRNA.

1 atccacggece ataggactct gaaagcactg catcecegtee gatetg-
caaa gttaaccaga

61 gtaccgeeca gttagtacca cggtggggga ccacgeggga ate-
ctgggtg ctgtggtt

ACARRSS8S
MAR-1989
A .castellanii (amoeba) 5.8S ribosomal RNA.

K00471

5.8S ribosomal RNA; ribosomal RNA.

A.castellani (amoeba; strain ATCC 30010) rRNA.
Acanthamoeba castellanii

Eukaryota; Animalia; Protozoa; Sarcomastigophora;
Sarcodina; Rhizopoda; Lobosa; Gymnamoeba; Amoe-
bida; Acanthopodina; Acanthamoebidae.

1 (bases 1 to 162)

Mackay,R.M. and Doolittle, W.F.

Nucleotide sequences of AcanthamoebA.castellanii 5S
and 5.8S ribosomal ribonucleic acids: Phylogenetic
and comparative structural analyses

Nucleic Acids Res. 9, 3321-3334 (1981)

full automatic

[1] also sequenced A.castellanii 5S TRNA <K03160>.
NCBI gi: 173608

Location/Qualifiers

1..162

/note="5.8S rRNA”

1..162

/organism="Acanthamoeba castellanii”
40a39c44g39t

162 bp ss-TRNA RNA 15-
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ORIGIN 5’ end of mature rRNA.

1

aactcctaac
gaacgcagcg aaatgcgata
61 cgtagtgtga atcgcaggga tcagtgaatc atcgaatctt tgaacg-

caag ttgcgetcte

121 gtggtttaac cccccgggag cacgtteget tgagtgeegc tt

/

8.1.3 Statistical Summary

The database is divided into divisions determined by biology; plants sequences,
for example, form one division. First, we show some sequences greater than

aacggatatc

100,000 bps in length:
Locus Length|Division|Accession
(bp) Number
CHMPXX 121024 PLN | X04465
CHNTXX 155844\ PLN | Z00044
CHOSXX 134525 PLN | X15901
CLEGCGA 143172 PLN | X70810
D26185 180136 BCT | D26185
EBV 172281| VRL | V01555
ECO110K 111401} BCT | D10483
ECOUW76 225419 BCT | U00039
ECOUWS&2 136254 BCT | L10328
ECOUWSg9 176195| BCT | U00006
HE1CG 152260 VRL | X14112
HEHCMVCG 229354 VRL | X17403
HEVZVXX 124884 VRL | X04370
HS1ULR 108360| VRL | D10879
HS4B958RAJ (184113 VRL | M80517
HSECOMGEN {150223] VRL | M86664
HSGEND 112930| VRL | X64346
HUMNEUROF (100849| PRI | L05367
HUMRETBLAS|180388| PRI | L11910
IHICG 134226/ VRL | M75136
MPOMTCG 186608 PLN | M68929
MTPACG 100314 PLN | X55026
PANMTPACGA [100314] PLN | M61734
SCCHRIII 315338 PLN | X59720
VACCG 191737| VRL | M35027
VARCG 186102 VRL | L22579
VVCGAA 185578| VRL | X69198

ttggttctcg
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The next table gives the number of entries and bases by division of the database.

{Division |Entries|  Bases|
PRIMATE 31972(30328835
MAMMALIAN 5628| 6183786
VERTEBRATE 6558 7270430
INVERTEBRATE | 11234{18729402
RODENT 20581(22836624
PLANT 16154(27150929
BACTERIAL 15107(27433286
PHAGE 968| 1414274
RNA 3603| 2176197
VIRAL 15876(20597295
UNANNOTATED 1490| 1391910
SYNTHETIC 1717 2572139
EST SEQUENCES| 33727[10672722
PATENT 5281 1831626

8.2 A Tree Representation of a Sequence

A suffix tree is very useful for locating repeats within or between sequences. This
is very valuable to a biologist to find exact repeats between his sequence and
another in the database. Although we do not give a formal definition, the concept
is most easily illustrated by an example. Although we will give a short DNA
sequence, the idea works with any finite sequence.

To illustrate the concept of suffix trees, let a =AATAATGCS, where $ signals
the end of the sequence. For each i,i = 1 to 9, let the substring S be the shortest
substring beginning at  which does not occur elsewhere in a. This substring is said
to identify . For example, position i = 4 is identified by AATG. These identifying
substrings are organized into a suffix tree which represents the information:

[Position[Identifying Substring|

1 AATA
2 ATA

3 TA

4 AATG
5 ATG
6 TG

7 G

8 C

9 $

The n terminal notes of the suffix tree fora = aja; - - - a, consistof 1,2,...,n.

The sequence of labels on the edges from the root to terminal node ¢ is the
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Figure 8.2: Suffix tree for AATAATGCS$

identifying substring for position ¢. The suffix tree for the length 9 sequence
from above is given in Figure 8.2. Two sequences (or more) can be processed
simultaneously to give a suffix tree where the longest matching regions can be
easily found.

Figure 8.2 is a very simplified version of a suffix tree. In more formal
presentations, edges are labeled with strings rather than single characters. The
strings for leaves begin with the current character continuing to the end of the
sequence. Also, whenever an internal node has only one child, it is removed and
the two character strings merged. The concatenation of letters from root to leaf
will give the associated suffix.

Although it should now be clear what a suffix tree is, no algorithm has been
presented for its construction. In Section 8.4, we will give an algorithm which is
adequate for the task, but, first, we will consider the information contained in a
suffix tree.

The longest repeat in the sequence is AAT which begins at positions 1 and
4. This information is obtained simply from reading the labels at the tips of the
longest branches of the tree. Moving up one level, we find the length two repeats:
AT beginning at positions 2 and 5 and AA beginning at positions 1 and 4. (Of
course, these are contained within the length 3 repeats.) Finally, we can read the
length 1 repeats: A begins at positions 1, 4, 2, and 5; T begins at positions 3 and 6;
G begins at position 7; and C begins at position 8. Contained in this economical
structure is all the repeat information of the sequence a, if we are interested in
repeats of frequency at least 2.

8.3 Hashing a Sequence
In this section, we study the problem of finding all repeats of length k in our

sequence a = aay...a,. Recall that a; € A where | 4| = d. A word of
length k£ such as a;a;y)...a;1x—) is also called a k-tuple, and there are d*
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possible k-tuples. Although the location of the repeats of length & is less detailed
information than a suffix tree, we will see in Section 8.4 that it is very useful in
sequence comparison. In what follows, we assume that d* < n.

The first task is to associate each k-tuple with an integer. Lete : 4 —
{0,1,...,d — 1} be a one-to-one mapping. Define

=

-1
$; = e(ai+j)dk_1_j.
0

J
Note that
Sit1 = $:d + e(aik) mod(dk).

Each k-tuple, a;a;4+1---aiyk—1, is therefore associated with a unique integer
in {0,1,...,d* — 1}. Therefore, we have a one-to-one mapping between a =
a)---a,ands = 5182 Sp_k+1. Below, we assume s has been determined.

8.3.1 A Hash Table

Efficient methods of ordering a list of numbers have been developed. The process
is called sorting. One of the most elementary is bubble sort in which the input
data sy, 82, . . ., S 1s put into numerical order with s;, <s;, <---<'s;, .

Algorithm 8.1 (Bubble Sort)
input: S1,82,...,8m
output: s; <s;, <o <8y,

1. bound <« m
2. 1«0
for t=1 to bound -1
if s> si41
interchange s; and s;4

l 1

3. if [ =0, end
if [#0, bound !

return to step 2.

Proof. The first iteration of step 2 considers all pairs beginning with s; and s;.
Therefore, all pairs after the last exchange (!) are in order:

Si41 <8142 < - S s

In the new list we need only order the list to the [-th entry ending with s;. The list
decreases by at least 1 in length at every iteration of step 2 and, when [ = 0, the
list is ordered. [ ]
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We see from the proof that the worst case running time for this algorithm
occurs when 81 > s > -+- > s,,. The first pass of the algorithm produces
the order s, 83,...,5m,8) and each succeeding pass puts the leading member
of the list into its correct order. The number of steps required is bounded by
m-1)+(m=2)+--+1=m(m—1)/2 = O(m?). Another algorithm
known as quicksort has time requirement O(m log m) in the expected case and is
known to be one of the fastest possible sorting algorithms.

We now assume that the sequence {s;} has been ordered: s;, < s;, < -+- <
$i,,- Itis easy to make a hash table (w, by, €,,), w = 0'to d* — 1 which indicates
where each k-tuple (= w) in the sequence begins (b,,) and ends (e,,) in the
ordered sequence s;,, i, - - ., S;,,, and this table can be made in linear time. For
example, b,, = 17 and e,, = 23 means that k-tuple w occurs at 7,7, %;3, . . . and
i3 in the original sequence. b,, = O means that w does not occur anywhere in
the sequence. Essentially, this table tells us where each w occurs in the original
sequence.

8.3.2 Hashing in Linear Time

With this approach, we define an array A of dimension n by d*. A(i, j) is defined
to be the location of the j-th occurrence of k-tuple ¢ in the sequence s15; - - -. The
array is constructed by moving down s;s; - - - and, when k-tuple 7 is encountered,
adding the position to the i-th row of the array.

Although this procedure takes linear time O(n), it takes storage O(nd*). This
should be compared to Section 8.3.1 where the time required in O(nlogn) and
storage is O(n).

8.3.3 Hashing and Chaining

We begin with s = s15;---. The chain will allow us to find all occurrences of
k-tuples in the sequence. Recall that s; € {0,1,...,d*"! — 1}. The sequences o
and v will be explained after the algorithm.

Algorithm 8.2 (Chain)
input: s182--Sm
output: a(0),a(l),...,a(d* ~ 1) and (1),7(2),...,v(m)

1. a=8<(=1.-1,..)
2. for 1=1 tom
if B(si) = ~1
afs;) — 1, B(si) —1i, ¥(i) — end
otherwise ((s;) >0

Y(B(s:)) — 1
(i) — end
B(s:i) — i
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The output of this algorithm allows us to find the first location of i by reading
() and then the succeeding locations can be found by y(a(3)), v(v(a())), - - -
Thus, {v¥(a(i))}x>0 gives the locations of i. Therefore, all length k repeats
can be found in time O(m) for making the sequence numerical plus O(m) for
chaining. Storage is, of course, O(m). Actually, instead of a new sequence v, we
can write over s itself. For example consider s = (1,0, 1, 1) where we compute

a = (a(0),a(1)) =(2,1) and vy = (3, end, 4, end).

8.4 Repeats in a Sequence

To give the essential idea of the algorithm, consider a = AATAATGCS. At the
first step, collect all positions with identical letters into groups. At each additional
step, repeat the procedure for the successive letters that follow within each group.
See the tree in Figure 8.2.

In this section, we will give an algorithm which finds all repeats with frequency
at least 2 in a sequence. To be more explicit, at stage ¢ the algorithm can produce
all length ¢ repeats. A by-product of the algorithm is all information necessary to
construct a suffix tree.

The suffix tree simply enumerates the patterns beginning at each position until
that pattern is unique. At each node, the “next” letters are sorted, becoming the
sets of positions for the “daughter” nodes. Below Suffix( B, depth) has as input a
set of positions and depth. It sorts the letters at depth from the positions in B. The
algorithm repeats uses this function to traverse the suffix tree until each position
has unique suffix.

Algorithm 8.3 (Suffix)
input: (B, depth)
output: (list,depth) for a € A

for all a€ A
list(a) =10
for all : € B

list(aitdepth) < List(aitaeptn) J{i}

Algorithm 8.4 (Repeats)

input: ai,a2,...,an
for node = top
list(node) — {1,2,...,n}
for all nodes with |(list(node)| > 1

suffix(list(node), depth)
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To illustrate this algorithm, recall our example with a =AATAATGCS. We
initialize with
list(top) «— {1,2,...,9}.
Calling suffix(list(top), 1), we return

list(A) = {1,2,4,5},
list(C) = {8},
list(G) = {7},
list(T) = {3, 6},
list($) = {9}.

For illustration, we only continue with two of these lists. Calling Suffix(list(T), 2),
we return

list(TA) = {3},

and
list(TG) = {6}.

The algorithm continues until the tree of Figure 8.2 is produced.

8.5 Sequence Comparison by Hashing

The goal of this section is to describe an algorithm to locate rapidly unusual
similarity between sequences. To gain an intuitive idea of sequence similarity,
we present the example with a = CTAATCC and b = AATAATGC. A standard
method of visualizing the sequences is to put them into a dot matrix form, where
the o indicates that a; = b;. See Figure 8.3. We will also be interested in only
writing e at (¢, j) when a;a;+1 = b;b;41. Then we obtain the matrix in Figure 8.4
[Note that the matrix in Figure 8.4 is much more sparse than that in Figure 8.3]

Sequences that have a good deal of similarity will have diagonal regions that
have many e’s. We will give several more precise definitions, but in this section
we will simply study the diagonal sums, that is, the number of matches on each
diagonal. Leta = a;---a, and b = b; - - - b,,,. For counting k-tuple matches,
define for—-m+k<I<n-k

n—k+1
S = Z H{aiaizr - aipr—1 = bicibimigr -+ bicipr—1}.
i=1

Here, j + ! = i, and the count of matching words on a diagonal is S;. The
diagonals are indexed by | = 7 — 5. Figure 8.5 shows S;, -7 < [ < 6.
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AATAATGC

OOod» >0
° o

Figure 8.3: Matching 1-tuples
AATAATGC

QOO » >0
°
o

Figure 8.4: Matching 2-tuples
AATAATGC

a0 »» a0
°
°

0001311

Figure 8.5: I-tuple diagonal sums

It is quite easy to compute the diagonal sums. A direct algorithm is given
in the formula for S; and requires O(nm) time and space. To improve on this
obvious method, consider hashing b with k-tuples. Then for each k-tuple in a
(beginning at ¢ = 1) the matching k-tuples in b can be found by look-up. Then
the offset [ = ¢ — 5 can be calculated and the sums S; easily computed.

Next, we make a hash table for 2-tuples in b = AATAATGC:
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2-tuple positions in b

AA 14
AT 2,5
GC 7
TA 3
TG 6

Recall that we must compute S; fork —m <[ <n—-kor-6 <[ <S5
Fori = 1ton — k =5, we find the matching positions in b, compute the offset
! =1 — J, and increment S;. For example, ¢ = 1 has w = CT, which is not in the
hash table for b. ¢ = 2 has w = TA which appears in b at position 3. Therefore
S2-3 = 5_1 = 0+ 1. Continuing this process;

Ll 1]2]3]4[5]6]

w||CT|TA|AA|AT|TC|CC
S_1 1123133
S 112212
The result of this computation is S_; = 3 and S, = 2. Note that this is

consistent with Figure 8.4.

The following algorithm, Fast, computes these diagonal sums following this
hashing method. The method first hashes sequence b and then proceeds from
t = 1tot? =n — k + 1, incrementing the diagonal sums. The smallest diagonal
indexis 1 — (m — k+ 1) = k — m whereas the largestis (n—k+1)~1=n—k.

Algorithm 8.5 (Fast)
input: ai,...,anb1,...bm;k
output: S,,k-m<v<n-k

1. 5, <0, k—-m<v<n-k
2. chain b
for each we {0,1,...,d* -1}

Y (a(w)),l >0 gives (successive) locations of
weEb.

3. for i=1 to n—k+1
W QiGig] - Qg1
until 7'(a(w)) = end

Sicqtaw) — Simyl(a) 1

Actually, we are interested in regions of the diagonal where the sums are large.
Thus far, we have computed

S, = #k-tuple matches — O x (#nonmatches).
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Now we introduce a penalty ¢ for nonmatches and set
S, = #k-tuple matches — g x (#nonmatches).
Of course, g = 0 in the first formula.

Algorithm 8.6 (Fastgap)
input: ai,...,an;b1, ..., bmk
output: S,,k—m<v<n-—k
1. S, —01loc, =0, k—-m<v<n-—-k
2. chain b

for each we {0,1,...,d* -1}
Y (a(w)),l >0 gives (successive) locations of
web.
3. fori=1ton—-k+1
W — Q{541 Ai4k—]
until ~'(a(w)) = end
v=1i-7'(a(w))

S, =S, +1—gx(i— loc, —1)
loc, —i

For our final algorithm, we compute the interval of each diagonal that gives
the largest score. This allows us to locate intervals of the diagonal that give high
scores, without accounting for the other parts of the diagonal. Algorithms that
find matching intervals or substrings of the sequences are called local algorithms.

Algorithm 8.7 (Ifast)
input: ai,...,an;b1,...,bm;k
output: S,,k—-m<v<n-k

1. M, —0 loc, <0, k—m<v<n-—k
2. chain b
for each we {0,1,...,d* — 1}

Y (a(w)),1 >0, gives (successive) locations of
wEb.

3. for i1=1ton—-k+1
W — QiGig) " Qigk—1
until y'(a(w) = end
v—i—v(aw)
S, — 1 +max{S, — g(: — loc, + 1),0}

loc, — i
M, «— max{M,,S.}
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Because the object of computing S; is to locate regions of similarity between
sequences, a program must monitor the sums S; for those which are unusually
large. This is the topic of Chapter 11, but there exist statistical tests very useful
for this purpose.

As for issues of computational efficiency, the direct “compute the sums”
algorithm takes time O(nm). The hashing-based algorithm takes time O(#e’s).

Theorem 8.1 If the sequences a = ay -+ -a, and b = by - - - by, have iid letters
with p, = P(letter &), then the hashing algorithm to compute S;, k — m <
| < n — k, takes expected time O((}_ ¢ 4 P3)*nm) under the assumption that
k <« min{n,m}.

Proof. Neglecting the time to hash b, it is clear that the hashing-based algorithm
takes computation time 7" proportional to the number of ’s. Thus,

n—k+1 [m—k+1

E Z Z Hai - @ipp-1 = bj - -bjpr-1}
J=1

=1

E(T)

n—k+1 m—k+l1

= > Y Plai-amk-1 =b;-bykp)
i=1 7=1

= (n—k+ 1)(m =k + D(P(a; = b;))*

= (\7’7, —k + l)(m - k+ 1) (EaeApi)k'

The hashing algorithm requires b = b; - - - b, to be put into a hash table. Al-
though O(m) is a realistic time to hash b, the maximum time this should take is
O(mlogm), and the running time of the algorithm is

O((Saeapz)*nm + emlogm) = O((Sacaps) nm).
n

Obviously O((Z,e4p?)fnm) is just order nm. But when, for example,
A= {ACTG}, ps = 1/4,and k = 6, we have (Tpe 4p%)* = 1/4% ~ 0.0002.
This is an enormous reduction in computing time. Some widely used programs
for sequence comparison are database searches based on this method, known as
FASTN, FASTA, and so on. (N = nucleotide, A = amino acid).

8.6 Sequence Comparison with at most [ Mismatches

In the last section, we gave an algorithm that maximized the number of k-tuple
matches on a diagonal or interval. We were able to penalize for nonmatches. These
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nonmatches, which are nonidentical aligned letters (one from each sequence), are
now called mismatches. To make a better defined problem, we study the problem
of finding matching strings (contiguous subsequences) with at most ! mismatches.
The ideas of hashing can be used to advantage here. The first result characterizes
matchings with at most ! mismatches, although in Lemma 8.1 it appears for
boolean words. See Figure 8.6 for an example.

Figure 8.6: Worst case mismatch distributionfort = 11,1 = 2, and k = [%J =3

Lemma 8.1 Let ¢ = cicy - - - ¢; with ¢; € {0, 1} have at most | zeros. Then

(i) c contains at leastt — (I + 1)k + 1 k-tuples of 1's, and

(ii) ¢ contains at least one k-tuple of I's with k = | £7 ).

Proof. The word c has ¢t — k + 1, k-tuples. Each 0 in c is in at most k, k-tuples.
As there are at most [ zeros, the zeros belong to at most [ x k, k-tuples. Therefore
chasatleastt —k+1—1k=1t— (Il + 1)k + 1, k-tuples of 1’s. Note that

t
t—(l+1)[mJ+121,

proving (i1). ]

Clearly, every match between a, - - - a; and b; - - - b, corresponds to a boolean
word c:
o= {o if a; # by,
v 1 if a; = b,‘.

This gives the next easy result.

Theorem 8.2 Let aja; - - - a; and byby - - - by match with at most | mismatches.

(i) Fork < [HL]J, ay---agandby - - - by share atleastt — (1+ 1)k + 1, k-tuples.

(ii) Fork = [HL]J ay -+ as and by - - - by share a k-tuple.
This immediately gives a rigorous algorithm for approximate matching. The
idea is to use k-tuples to filter out nonmatching regions.



178 Introduction to Computational Biology

Algorithm 8.8 (Filtration)
input: a,b
output: matches with | mismatches

1. set k= LI%J

2. find all locations (i,j) of shared k-tuples
@iGip1 e Qipk—1 = bibjpibjpr—

[+ 1 mismatches

3. tend (¢,7) to left drihtuntil{
extend (i,j) to left an g end of a or b

Let the letters of a and b be iid. Then it is easy to show that if X = number of
potential matches, then

B(X)=(n—-k+1)(m—k+1)p",

where p = P(a = b).

When the algorithm is run on DNA sequences, often there are many potential
matches that are not of length ¢ with less than or equal to [ mismatches and must
be rejected. Next, we show how to improve the rejection rate by applying the
| 7 idea twice.

To apply our idea twice, we define a gapped k-tuple beginning at ¢ with gap
size s to be a set of positions 4,7 + s,7 + 2s,...,7 + (k — 1)s. See Figure 8.7.
These gapped k-tuples can also serve as an additional filter to detect potential
matches.

Lemma 8.2 Letc = cicy-- - ¢t have at most 1 0’s. Then ¢ has at least one gapped
| 755 J-tuple with gap size | + 1 with all I's.

Figure 8.7: The set of gapped | 1} | = 3 tuples with gap size s =2 + 1 = 3.
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Proof. Consider ! + 1 LHLIJ-tuples with gap size | + 1 starting at 1,2,...,1 + 1
of ¢. These [ + 1 gapped LHLI |-tuples are nonoverlapping. In addition, because

1+ D)+ () = D+ <,

each | 5] tuple fits into c. At most ! of them contain 0’s, so at least one must
have all 1’s. n

Combining our results, we have the following “double filtration.”

Theorem 8.3 Let aja; - --a; and biby - - - by match with at most | mismatches.
With k = er;ﬂ: the strings ayay - - -a; and byb, - - - b; share a (continuous) k-
tuple and a gapped k-tuple of size | + 1.

Before we write a sketch of a double filtration algorithm, we need to define a
distance between k-tuples. Let the coordinate of a k-tuple be (¢, j) if the a tuple
begins at a; and the b tuple begins at b;. The distance between tuples v; and v,
with coordinates at (71, 71) and (72, J») is defined to be

1 —ty ifij—ty=71—7
d(v;, 2{11 o tu-u=5n-mn
(vr,v2) 00 otherwise.
Algorithm 8.9 (Double Filtration)
input: a,b
output: length ! mismatches
(i) set k= LTjﬁTJ

e find all locations (i,j) of continuous k-tuples where
there exists a gapped k-tuple with gap size k+1 of
distance d € [-I,t — ]

!+ 1 mismatches or

(i) extend (i,j) to left and right until {end of a or b

To conclude, we estimate the advantage of double filtration.

Theorem 8.4 Suppose a = aja;---a, and b = bib, - - - by, are iid sequences
with p = P(a; = b;). Let X be the number of potential length t matches with up
to | mismatches.

(i) For continuous k-tuple filtration with k = | 75,
E(X) = (n—k+1)(m—k+1)p~.

(ii) Fordouble filtration with a continuous k = [HL]J -tuple and gapped k-tuple
of gap size l + 1,
E(X) < (n—k+1)(m—k+ 1)t + 1)p*°,

where § = [ﬁ]iﬂ
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Proof. As earlier noted (i) is straightforward. To prove (ii), note that a gapped
k-tuple with gap size [ + 1 has at most [H_Ll] letters in common with a continuous
k-tuple. With a fixed continuous k-tuple, there are no more than k such intersecting
gapped k-tuples.

B (continuous k-tuple at(i, 7))
E(X) = Z E F x P(gapped k-tuple|continuous k-tuple)

(4.7) gapped
k-tuples

Obviously,

P(continuous k-tuple at(i, j)) = p*.

There are no more thant — | — (—1) + 1 = ¢ + 1 gapped k-tuples of gap size
I+ 1 of distance d € [~{,¢—]. Each can intersect no more than 6 = [H_Ll] letters

with the continuous k-tuple. Therefore

Z P(gapped k-tuple|continuous k-tuple) < (¢ + 1)p*~°

gapped
k-tuples

8.7 Sequence Comparison by Statistical Content

The techniques of this chapter can be used to find the statistical content of a
sequence. The simplest statistics that are used to summarize a sequence are the
single letter counts or the 1-tuple counts. Usually, k-tuple counts for all £ up to
some fixed value comprise the count statistics. For | A| = d, the k-tuple counts can
obviously be obtained in time O(n x d*) and storage O(d*) fora = aja; - - - a,.
It is common practice to find these statistics for genes, introns, and even genomes.

When comparing two sequences, a question asked is whether the underlying
probability distributions of the two sequences are themselves different. We will not
present the detailed results here, but in Chapter 12.1 we give a multivariate central
limit theorem for the count statistics from a sequence. It is not difficult to test
whether two independent observations from multivariate normals are identically
distributed. This gives us a way to compare two sequences.

Another problem of interest is to use statistical content to locate possible
similarities with a = a;ja; - - - a,, in a database. For this problem, it is easy to find
the content of all intervals of length n as we move along the database and test each
interval for identity with a. Issues of multiple hypothesis testing come up here as
well as dependence between overlapping intervals.
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Problems

Problem 8.1 Make a suffix tree for the first 20 letters of mushroom 58S ribosomal
RNA.

Problem 8.2 Suppose that gaps are weighted by the function w(i) where, in
Algorithm 8.6, w(i) = gi. Modify Algorithm 8.6 to accommodate this change.

Problem 8.3 In some cases, matches are weighted according to the matching
letters by s(-,-) defined on A x A. For example, s(A,A) = 2 and s(T,T) = 3
might be required. Of course, we have used s(a, o) = 1 for all & € A. Modify
Algorithm 8.7 to accommodate this change.

Problem 8.4 At each potential match in Theorem 8.4(i) what is the probability
distribution of the number of additional positions outside the k-tuple must be
checked in the “extend to the left and right” until [ + 1 mismatches are located?
You can neglect the effects of the sequence ends.

Problem 8.5 Show that in Algorithm 8.9 the distance between the continuous and
gapped k-tuples must be in [—1,¢ — {].



Chapter 9

Dynamic Programming
Alignment of Two Sequences

The methods of sequence comparison in the previous chapter have the advantage of
being simple to understand and rapid to execute on a computer. The basic problem
being solved was left vague, however. An entire class of problems is most easily
motivated by considering evolution at the molecular level. Chimpanzee and man
had a recent common ancestor; the wings of birds and those of bats were evolved
independently. How do we distinguish between common ancestry and common
appearances? The notion that genomic DNA is the blueprint for a living organism
leads to the idea that evolution must be directly related to changes in DNA. The
study of history of these changes is called molecular evolution.

Molecular evolution began to be studied in the 1960s when a few protein se-
quences were available, notably cytochrome ¢ (which assists in electron transport)
and hemoglobin. These last sequences were known for a variety of organisms
and, under the assumption that closely related organisms have similar sequences,
family trees were constructed for these sequences. The broad details are usually
clear—chimpanzee is more closely related to man than to rattlesnake~but some
of the close relationships are difficult to deduce from the data sets. Eventually,
there will be enough data to settle some of the currently controversial issues, but
deeper and more subtle questions will continue to come up. Molecular evolution
is a new topic that is beginning to come into its own. For our purposes, we will
use evolution at the molecular level to motivate the formulation of our sequence
comparison problems. In Chapter 14, we will study the problem of inferring
evolutionary trees from sequences.

The simplest events that occur during the course of molecular evolution are
substitution of one base for another and the insertion or deletion of a basepair. You
might think of these as typing errors made by the replication machinery, although
other events such as radiation can cause these changes. These events are easily
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indicated in our linear representation of DNA or protein sequences. For example,
if a = ACTGC undergoes a substitution of C for T = a3, thena — b = ACCGC.
Biologists usually represent the transformation by an alignment where a is written
over b with letters appropriately aligned. For example,

a = ACTGC,
b = ACCGC.

If a; is deleted, we maintain the alignment by replacing a; = C with —, a null

character:
b = ACCGC,

c = A—-CGC.

Here, a has become ¢ = ATGC. Next, an insertion of T between b3 = G and by =
C is shown by

¢ = ACCG-C,

d = A—CGTC.

Note that it is not possible to distinguish insertions from deletions in an alignment.
From the last alignment alone, the insertion of 7" in d might have been a deletion
of T'inc.

As more time separates sequences, changes accumulate that obscure their
relationships. In the above example, the relationship between a and d is

a = ACTG-C,

d = A—CGTC. ®.1)

The goal of sequence alignment is to infer the true evolutionary relationships
between two sequences without knowledge of the evolutionary events themselves.
Without knowing a — b — ¢ — d we surely would prefer the next alignment to
9.1

ACTG-C,
AC-GTC,

because alignment (9.1) has three identities, one mismatch and two indels, whereas
this alignment has four identities and two indels.

It is important to clearly set the definitions for describing sequence alignments.
Two letters arranged over one another are called matched. If two matched letters
are equal, the match is called an identity; otherwise the match is called a substitu-
tion or mismatch. An insertion or deletion (indel) is one or more letters aligned
against “—.” When only the matches and not the details of the indels are specified,
the resulting arrangement is called a trace.

Let us look further at our simple example where a = ACTGC and d =
ACGTC. The alignment in (9.1) has three identities, one mismatch, and two
indels. This alignment represents a specific hypothesis about the evolution of the
sequences; three of the nucleotides have not changed since the common ancestor,
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there has been (at least) one substitution, and two nucleotides have been either
inserted or deleted. Sequences are aligned by computer to find good alignments. A
computer 1s necessary because of the exponential number of possible alignments.
For example, as we will see below, two sequences of length 1000 have over 106%
possible alignments.

To compute “best” alignments, we will need a way to score an alignment.
There remains the question of how to score an alignment. We present a simple
heuristic derivation of “alignment score.” If p is the probability of an identity, ¢
the probability of a substitution, and r the probability of an indel of a single letter,
the last alignment above has probability Pr, where

Pr= p3q'rz.
Define score S by the log likelihood:
S" = logPr = 3(logp) + (logq) + 2(logr).

Define S = S’ — 5log s, where s is a constant satisfying log(p/s) = 1. We have
simply subtracted a constant from .S’. .S becomes

S=3—p-29,
where 1 = log(s/q) and 6 = log(+/s/r). Fortunately, score, defined by
S = max {#identities — p#substitutions —é#indels} ,

can be efficiently computed as we will see in this chapter. It also has the simple
maximum likelihood interpretation we have presented. We caution the reader that
this simple reasoning is only a heuristic. The heuristic will be extended in Section
11.2.1, regarding statistics and alignment scores.

Needleman and Wunsch (1970) wrote a paper titled “A general method appli-
cable to the search for similarities in the amino acid sequence of two proteins.” It
was surely unknown to the authors that their method fit into a broad class of al-
gorithms introduced by Richard Bellman under the name dynamic programming.
Their paper has had a great deal of influence in biological sequence alignment. Its
great advantage is that an explicit criterion for optimality of alignment is stated as
well as an efficient method of solution given. Insertions, deletions, mismatches
(negative similarity), and matches (positive similarity) were allowed in the align-
ments.

During early 1970s, Stan Ulam and other mathematicians became interested in
defining a distance D(a, b) on sequences. The minimum distance alignment was
defined to be the one with the smallest weighted sum of mismatches, insertions,
and deletions. The advantage of a distance was the construction of a metric space
on the space of sequences:

1. D(a,b) =0ifandonlyifa =b.
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2. D(a,b) = D(b, a) (symmetry).
3. D(a,b) < D(a,c) + D(c,b) for any c (triangle inequality).

The emphasis on sequence metrics came from the fact that a matrix of sequence
distances was often used to construct an evolutionary tree. An algorithm, very
similar to that of Needleman and Wunsch, can be used to calculate the distance
between sequences.

The historical order is reversed here. Distance methods are described in
Section 9.3 with similarity methods in Section 9.4, We find similarity to be the
most satisfactory since all problems known to be solvable with distance methods
can be solved with similarity methods. However in Section 9.6 a similarity
solution is given that has no distance counterpart. Still the metric space associated
with a distance makes it worthwhile to present distance. Section 9.5 shows several
simple modifications to solve a related problem of best fit of a short sequence into
along one. Section 9.6 studies the important problem of locating segments of two
sequences which are unexpectedly similar, although the full sequences might not
have a good alignment. Variations of these themes allow a variety of problems to
be solved within one framework.

9.1 The Number of Alignments

In this section, a brief combinatorial treatment of sequence alignments is given.
Biology provides the motivation for aligning sequences and for considering how
difficult alignment is. It is then a mathematical task to estimate the number of
sequence alignments. The results are applicable to biology in a negative sense;
they assure one that a huge number of possible alignments exist and that direct
enumeration is hopeless.

Notation is important here. Let a = ajay---a, and b = byby---b,, be
two sequences of length n and m. One way to think of alignment is that an
alignment is produced when null elements, —, are inserted into the sequences;
the new sequences must both be of the same length L. Then the two sequences
are written, one over the other. a = a;a; - - - a, becomes, with insertion of —,
a” = aja;---a} whereas b = bby-- b, becomes b* = b7b;---b;. The
subsequence of a* or b* whose elements are not equal to — is the original
sequence. The alignment is

aj a5 -+ ay

by b3 --- by.
To see this process, let a = ATAAGC and b = AAAAACG. To obtain an
alignment, one of many possibilities is to set a* = —ATAAGC— and b* =

AAAAA— CG. For example, b} = A, bf = —, and b7 = C whereas by = A, b =
C and b7 = G. The alignment is written

a* = —ATAAGC—,

b* = AAAAA-CG.
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Here, b] = A is said to be inserted into the first sequence or deleted from the
second, depending on the point of view. a; = A matches b} = A to make an
identity, whereas a; = T matches b = A to make a mismatch.

The problem of this section is to find how many ways a can be aligned with
b. No alignment terms () are allowed, as there is no point in matching two
deletions. This makes it clear that max[n,m] < L < n+m. Thecase L = n+m
comes by first deleting all a; and then deleting all b;:

alaz...an__... —

—— e — by by by

Combinatorial insight comes by recognizing that alignments of two sequences can
end in exactly one of three ways

..an O

- b b,
where (“*) corresponds to an insertion/deletion of an, (§) corresponds to an

indentity or substitution, and (b_) corresponds to an insertion/deletion of b,,.
Note that the fate of the unseen bases (those not displayed) is not specified.

Define
f(2, 7) =number of alignments of one sequence of i

letters with another of 7 letters.
Theorem 9.1 Let f(n, m) be defined as above. Then
(i) f(n,m)=fn—=1,m)+ f(n—1,m—1)+ f(n,m—1)
and
(i) f(n,n) ~ (1 ++/2)2t1n=1/2
asn — oo, where c¢(n) ~ d(n) means lim,_ o c¢(n)/d(n) = 1.

Proof. To obtain (i), review the three situations above. The idea is to focus on the
end of the alignment. If a, is deleted, then there exist f(n — 1,m) alignments
of the earlier part of the sequence. If a,, and b,, are aligned, f(n — 1,m — 1)
alignments result. If b,, is deleted, then f(n, m — 1) alignments result. Therefore,

f(nam) :f(n_ 11m)+f(n'" lam_ 1)+f(nvm_ 1)
The proof of (ii) is lengthy and is omitted here. ]
Two sequences of length 1000, for example, have

f(lOOO, 1000) =~ (1 + \/5)2001, /1000 = 10767.4...

alignments! There are approximately 1080 elementary particles in the universe;
Avogadro’s number is on the order of 102}, Obviously, we cannot examine all
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alignments even if every molecule in the universe is operating in parallel at the
speed of the fastest possible computer.
If it is agreed not to count
C -~ -C
_G and G —
as distinct, the situation improves (slightly). Let g(n, m) denote this smaller
number of alignments. (,” ) has three possibilities

D (ln —_— DY —_— —_— .- e an —
' bm-—] bm bm—l bm T bm7
whereas (") has
o Qp—] Gn o Qp—] An o Qp
bm — e = = bm —.

The new version of the recursion equation is

glnom)=gn—-1,m)+gn,m—-1)+gln—1l,m—-1)—gn-1,m~-1)
=gn—1,m)+g(n,m-1),

subtracting the double count. The result is given in the next theorem, where the
asymptotics are derived from Stirling’s formula.

Stirling’s formula

n! ~ V2rnt1/2e=

Theorem 9.1 gave results for counting alignments whereas Theorem 9.2 gives
results for counting traces.

Theorem 9.2 If g(n,m) is defined as above, g(0,0) = ¢(0,1) = ¢(1,0) = 1,
and g(n,m) = (") Ifn = m,

n

2n
n

gln,n) = ( ) ~ 22 ()Y, asn — 0.

Proof. The recursion
g(nvm) = g(n - lvm) + g(n,m - ])

has solution ("*™) = g(n,m). The result can also be derived as follows: The

new way of counting alignments (actually traces) is to identify aligned pairs ;'
J

and to ignore permutations of *' *!+! 5, - The key is to realize that there must

n

be k aligned pairs, 0 < k < min{n,rﬁ}. There are () ways to chose a’s and
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n

(%) ways of choosing b’s, so there are (})(7’) alignments with k aligned pairs.

Therefore,
n\ (m n+m
s =3 (1) ()= ("3")
k>0
where the last equality is an exercise. ]

Two sequences n = m = 1000 have g(1000, 1000) ~ 10%% traces so that
direct search is still impossible.

It is possible to further reduce the number of alignments by requiring matches
(identities and mismatches) to occur in blocks of length at least b without inter-
ruptions by deletions. The motivation for this is that biologists sometimes reject
alignments with small groups of matches. The counting scheme of Theorem 9.1
can be used with this new requirement.

Let g(b,n) denote the number of alignments of two sequences of length n in
which all matching blocks have size at least b. Equivalently, g(b, n) is the number
of (0,1) matrices with two rows and an unspecified number of columns such
that both rows contain precisely n 1’s, each column contains at least one 1, and
columns with two 1’s occur in adjacent blocks of size b or more. We are interested
in the asymptotic behavior of g(b, n) for fixed b as n — oo, as a function of b.

Observe that alignments where no column sum equals 2 are simply permuta-
tions of n columns with a single 1 in row 1 and n columns with a single 1 in row
2. These alignments with no matchings satisfy the criteria for any b. Thus, for all

b and n,
2n
> .
g(b,n) > < n >

Applying Stirling’s formula as above (with b fixed),
g(b,n) > ((wn)~Y?)(4™ + 0(1)) asn — oo.
The next theorem is given without proof.

Theorem 9.3 Let g(b, n) be the number of alignments of two sequences of length
n where matches must occur in blocks of length at least b > 1. Define ¢(z) =
(1—x)2 —4x(z® —x +1)%, and let p be the smallest positive real root of p(z) = 0.
Then

g(b,n) ~ ('Ybn_)ﬂ)DZL’ asmn — o0,

1

where Dy, = p~' and

= (" — p+1)(~mpe'(p)~"/%.

To see the relationship to Theorem 9.1, note that g(1,n) = f(n,n). Forb =1,
then,

dz)=(1—-z)?—dz=1-6x+ 2?2
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oD e |
1(5.8284 0.57268
214.5189 10.53206
314.1489 10.54290
414.0400 0.55520
54.0103 10.56109
0¢4.000010.564183

—

Table 9.1: Number of alignments for block length b

and ¢(xz) =O0whenz =3+ 21/2. Therefore, p=3- 2v/2 and
vy = 0.5727

and
Dy =(3-2V2)"! =5.828.

We have, then,
f(n,n) = g(1,n) ~ (0.5727)n"1/%(5.828)"

Note then (1 4 v2)?" = (5.828)™.
Table 9.1 shows the behavior for b > 1. When b = 2, for example,

g(2,n) ~ (0.53206)n""/2(4.5189)".

Corollary 9.1 Asb — oo, Dy — 4 and vy, — 7~ /2.

9.2 Shortest and Longest Paths in a Network

In this section, we present a general algorithm for finding the shortest or longest
path in a network. Let the vertices of the graph be vy, v1, v, ..., vy. We assume
the arcs are directed, from v; to v; wherei < j. vy is, of course, the origin. Define

W(z,7) = weight of the edge (v;, v;),
L(j) = min{W(0,%1) + Wi, %) + -+ W(ig, J) :
0<i <p--- <ig <j; all k}.
Algorithm 9.1 (Shortest Path)

input: W(i,j),0<i<j <N
output: L(1)--- L(N)
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for =1 to N
L(j) = W(0,5)
for i=1 to j—-1
L(5) — min{L(7), L(:) + W (3, j)}

Proof. Assume L(0), L(1),...,L(3 — 1) are all computed correctly. Then the
last loop of the algorithm states that

L(j) = min{W(0, ), L(1) + W(1,5),....,L(G—=1)+ W (5 - 1,5)}.

This equation is correct, as the shortest path from 0 to j has a last edge, W (ix, ),
1k < J. Then,

L(3) = W(0,41) + -+ - + W (ig, j)
= (W(0,i1) + - + W(ik=1,x)) + W(ix, J).

The quantity in parentheses must be the shortest path from O to i, or else L(j) is
not minimal. Thus,

L(3) = L(ix) + W(ix, J)-

The running time of the algorithm is proportional to

j—1 N

N
YD 1= G -1=01?.

J=1 1i=1 7=1

Sequence alignments can be formulated as a path in a network. The nodes of
the network are (¢, j), where each (¢, 7) node denotes an aligned pair b‘ There are

nm nodes in the graph. There are edges between nodes (¢, j) and (k lifi <k
and j < [, so the algorithm requires a slight generalization. The weight of the
edges will be discussed in the next section, but the complexity of finding a shortest
path by the algorithm shortest path is O(n*m?) by our running time analysis. It
turns out to be easy to reduce this to O(nm) for many cases, by exploiting the
special properties of our edge weights.

To show more explicitly the connection between alignment and the network
graph, it is necessary to add a source and sink to the network. In Figure 9.1, we
show an example network for a = TAGGCA and b = ATGGAA. The source in
the upper left-hand corner is denoted by “0” and the sink in the lower right-hand
corner is denoted by “*.” The solid arcs correspond to alignments with aligned
letters (2), (g), and (2). This does not determine the precise alignment however.
Only the matches are specific edges in our example:
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A
o,
T \o . . . . . .
A . . ° ° ° . °
G| o ° . . . . .
G| e . . o o . .
Cl| o ° ° . . ° °
Al o ° ° ° ° . °
N\

Figure 9.1: Alignment as a directed network

A T G G A

oo

T A G G C A

What remains for defining alignment from trace is to specify the order of the
deletions. Weight of the arcs must depend on the inserted/deleted letters as well
as the visited nodes. Deletion of both sequences corresponds to a single arc from
source to sink.

9.3 Global Distance Alignment

The sequences a = aja;---a, and b = byb, - - - b,,, are written over the finite
alphabet A. In particular, the 20-letter, amino acid alphabet of proteins or the
purine/pyrimidine alphabet for DNA can be used. Let d(a,b) be a distance on
the alphabet and let g(a) be the positive cost of inserting or deleting of the letter
a. The distance d(a, b) represents the cost of a mutation of @ into b. If d(a, b) is
extended so that d(a, —) = d(—, a) = g(a), then define

D(a, b)_mand (a7, b]),

=1

where the minimum is extended over all alignments of a with b. See Figure 9.2
for a schematic of global alignment, global denoting the feature that all letters of
a and b must be accounted for in the alignment.
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WAV/AY,

Figure 9.2: A schematic global alignment

Theorem 9.4 Ifa=aa;---a, andb = biby - - - by, define
D;; =D(ajay---a;,biby--- b;).

Also set

j 1
Doy =0,Do; = »_d(—,b), and Dip =Y _ d(a,-).
k=1 k=1

Then
D,‘}j = min{Di_lyj -+—d(a,', "),Di—l,j—l +d(ai, bj), Di,j—l +d(—,bj)}. 9.2)

If d(-,-) is a metric on the alphabet, then D(-,-) is a metric on the set of finite
sequences.

Proof. We verify Equation (9.2) with reasoning similar to that for verifying the
recursion equation for f(n,m) in Section 10.1. The alignment of a, - - - a; and
by - - - b; can end in one of three ways

..-ai .'.a/’l: e e e—
e b - by

If the optimal alignment ends in (‘f), the cost must be D,_;; + d(a;, —)
because the initial part of the alignment must itself be optimal and aligna; - - - a;_
with by -+ - b;.

If the optimal alignment ends in (Z]), the cost must be D;_; j— + d(a;,b;)
because a; - - - @;—1 and by - - - b;_; must be optimally aligned.

The case (;;) is identical in reasoning with the case (%).

The optimal alignment has least cost of these three possibilities and (1) is
proven. [

Another statement of Equation (9.1) with § = d(a, =) = d(—, a) is

Algorithm 9.2 (Global Distance)
input: a,b,d(a,b)
output: D;;,0<:<n, 0<5<m
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D;; =0 for i=0,7=0,...,m and j=1,i=0,1,...,n.
for i=1 ton

for j=1 tom
D — min{Di_l,j + 6, Di1,5-1 -i—d(ai,bj),Din_l -i—tS}.

Corollary 9.2 The running time of Algorithm 9.2 is O(nm).

To obtain all optimal alignments, there are two techniques. The first involves
saving pointers at each (¢, 7). The pointers show which of (¢ — 1, 5), (i — 1,5 — 1),
or (7,7 — 1) were involved with the optimal D, ;. Then, when D, ,, is found,
the pointers are followed to produce alignments. The second technique, called
a traceback, is to ask, at each (¢,7) on an optimal path, which of (+ — 1, ),
(1t — 1,5 — 1), or (¢,j — 1) are optimal by recomputing the three terms. The
alignments in these cases are produced by depth first search with stacking, where
the stacks are managed by last in—first out. An example of distance alignment
is shown in Table 9.2 with 4 = —1 and § = 1. The identities in the optimal
alignment are shown by bars where the optimal alignment is

-GCTGATATAGCT
! o [ O
GGGTGAT-TAGCT

9.3.1 Indel Functions

Frequently in sequence evolution, deletion (or insertion) of several adjacent letters
are not the sum of single deletions (or insertions) but the result of one event. Thus,

- GGGTGATTAGTCT
-0 1 2345678 91011 12
Gl1 0 1 23 4567 8 91011
Ci2 1 123456718 9 910
T3 2 2 223 4567 8 9 9
Gl 4 3 22323456 7 8 9
Al'5 4 33332345 6 7 8
T 6 5 4 43 4 3234 5 6 17
Al'7 6 554 4 4333 4 5 6
T/ 8 7 6 6 55 543 4 4 5 5
Al 9 8 7 76 6 5543 4 5 6
G100 9 8 77 6 6 6 54 3 4 5
Clit1 10 9 88 7 776 5 4 3 4
T|12 11 10 9 8 8 8 7 7 6 5 4 3

Table 9.2: Distance alignment
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it is sometimes required to weight these multiple indels differently from summing
single letter indel weights. Let g(k) be the indel weight for an indel of k bases. It
is reasonable that g(k) < kg(1) holds.

Theorem 9.5 Set D, ; = D(ai---ai,bi---b;), Doo = 0, Do,; = g(j), and
Di,O = g(z) Then

D;_y j-1 +d(ai, b;),
Di,j = min min,Sij{Diyj_k + g(k)},
mini<i<i{Di-1,; + g(1)}
Proof. The proof proceeds as in Theorem 9.4, except here, for example, the

alignments can end in deletions of up to ¢ letters of the sequence aja; - - -a;
Therefore, to replace D;_; ; + g(1), we have

Join {015+ g(D)}.

The computation time of this algorithm is 3. .(i + j) = O(n*m + nm?), or

O(n?) if n = m. For sequences of length 1000 or more, it is important to reduce
this running time. This is easily accomplished for this case of g(k) linear.

Theorem 9.6 Let g(k) = a+ B(k — 1) for constants aand 3. Set Ey g = Fpo =
Doo =0, Eig = D;o=g(i), and Fy ; = Do ; = g(j). If E; ; and F; ; satisfy

E;; =min{D; ;1 + o, E; j—1 + B}

and
Fi,j = min{Di_lyj + a,Fi_Lj + ﬁ},
then
Di,j =min{D1—_1,j_1 -+-d(az-,b 1], J}

Proof. The identities that we need to establish are

E;; = 1gun {Dij—x +9(k)}

and
F;= lfélllgi{Di—l,j +9(D)}-

We will prove the identity for E; ;. (F; ; follows in a similar manner.)
Assume

.= . <j*<j.
Eijo = min {Di;- +g(k)} for0<j* <y



196 Introduction to Computational Biology

Then

lglklgj{Di,j—k + g(k)}

= min {zglklgj{Di,j—k +9(k)} Dij + 9(1)}

= min {lgkf_nllgj_l{Di,(j—l)—(k—n +g(k=1)}+8,D; -1 + a}

= min{Ew‘_1 + ﬁ,Di,j_l + a}.
||

We say g(k) is concave if g(k+m +1) — g(k+m) < g(k+1) — g(k) for all
k,l,m > 0. If g(k) is convex, an O(nm) algorithm is easier to obtain than when
g(k) is concave. However, a convex indel function seems an unlikely situation in
biology. The next theorem is given without proof.

Theorem 9.7 If g(k) is concave, such as g(k) = a+ 3log(k), then O(n?*log(n))
running times can be obtained with a somewhat more complex algorithm.

A key to thinking about these algorithms is to identify steps in the matrix (or
the alignment network) with steps in the algorithm. First of all, recall the general
shortest path algorithm took time O(n*m?) = O(n*) when n = m, whereas our
algorithms take time O(n?) and O(n?). The reason is in the portion of the matrix
that must be searched when finding D; ;. In the shortest path algorithm 9.1 we
must search over the entire rectangle of area (i 4+ 1)(j + 1) — 1 (excluding (7, j)) in
Figure 9.3. In Algorithm 9.2 and Theorem 9.6 we just search over the three cells
(¢—1,7—1)(match)and (¢, j — 1)&(i — 1, 5) (indels). In Theorem 9.5 for general
indel weights, we search over the i-th row and j-th columnand (: — 1, j — 1) fora
total of (1 + ¢ + j) cells. What has happened in all these more efficient algorithms
is that long edges in Algorithm 9.1 have been represented as the sum of short
edges, and we have carefully taken only those last short edges entering (7, 7).

Observe that any indel function 0 < g can be composed to a minimum path g:

g(k) =min{g(L) +--- + g(lx) : Bl = k,0< [; < k}.
Then the correct weight for length k indels is §(k).
Proposition 9.1 § is subadditive.
Proof. G(k + 1) < g(k) + g(1) by definition. ]
An easy application of Algorithm 9.1 gives

Algorithm 9.3 (g)
input: g
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(LI T R — j-1j

-1
,- 7

Figure 9.3: Computation of all (i, j)

for k=0,...,max{n, m}

g(k) — g(k)
for =1 to k-1

g(k) — min{g(l) + g(k — 1), §(k)}

If, for example, g(k) = a + B(k — 1) with 0 < a < 3, then §(k) = ak,
whereas if 8 < a, then §(k) = g(k). It cannot be assumed that § is monotone or
concave: For g(k) = k, k # 3, and g(3) = 0, we obtain §(k) = k modulo 3. It
does follow in general from subadditivity that limy, _, o g—(kﬂ =520

9.3.2 Position-Dependent Weights

In some applications, the weights given to substitutions are dependent on the
positions in the sequences. It is routine to generalize our algorithms to fit this
general setting. Define s; ;(a, b) to be the substitution function for aligning a and
b in the z-th and j-th positions of a = a;---a, and b = b; - - - b,,,. Indels are
slightly more subtle to set up. At the :-th position of the a sequence, the weight is
a; if deleting a; begins the indel, or 3; if deleting a; extends the indel. Similarly,
the weight is v; if deleting b; begins the indel, and §; if deleting b; extends the
indel. The extension of the recursion of Theorem 9.6 is

Ei; =min{D; ;1 +7;, Eij-1 + 6},
F ;= min{Di_Lj +oj, Fi;o0 + ,8]'},
and

Di’j = min{D,--l,j_l + Si,j(aiabj)yEi,iji,j}-
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We remark that if a; # [3; ory; # ¢;, it is not guaranteed that
D(al"'an’bl bm) :D(an...ahbm...b])7

as these indel functions are dependent on which end “starts” the indel. No such
problem arises if a; = 3; and y; = §;,alliand j,orif a; =, 3; = B,7; = 7,
and 6; = 0.

9.4 Global Similarity Alignment

Now take s(a,b) to be a similarity measure on the alphabet, that is, we have
s(a,a) > 0 for all a; for some (a,b) pairs, it is necessary that s(a,b) < 0. The
idea is that similarity (e.g., matching a with a) is rewarded by a positive score,
whereas aligning dissimilar letters is penalized by a negative score. Let —§(a) be
the indel penalty associated with a. (§ is used to distinguish this function from
the indel weight of distance alignment.) Set s(a, —) = s(—,a) = —§(a). Then
define the similarity of a and b by

L
S(a,b) =max »_ s(a;,b}),

1=1

where the maximum is over all alignments. The result analogous to Theorem 10.6
for similarity alignments is

Theorem 9.8 Ifa = ajaz---a, andb = bib; - - - by, define
Si; = S(arag -+~ ai, biby- -+ by).

Also, set

J :
50,0 = 0, Soyj = ZS(_’bk)’ and S@O = Z 8((11', —).

k=1 i=1
Then,
Si; = max{Si_y; + s(a:, =), Si—1,j—1 + s(as, b;), S j—1 + s(—,b;)}.
Ifs(a,—) = s(—,a) = =6, forall a, then
Si;=max{S;_1; — 6,8 1,_1+ s(ai,b;),Si;_1 — b}.
Proof. This theorem is proved exactly as was Theorem 10.6. ]

To illustrate the similarity algorithm, we align the same sequences as above,
E. coli threonine tRNA and E. coli valine tRNA. We use a single letter indel
algorithm and choose the parameters s(a,a) = +1; s(a,b) = —1ifa # b; and
G = 2. Table 9.3 shows the matrix (S;;) for the 5’ ends of the sequences. The
optimal alignment is
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- G G G T G A T T A G C T
0 -2 -4 -6 -8 —-10 —12 —-14 —-16 —18 —-20 —-22 -24
-2 1 -1 -3 -5 -7 -9 —11 =13 —-15 —-17 -19 =21
-4 -1 0 -2 -4 -6 -8 —-10 —-12 -14 —-16 —16 —18
-6 -3 -2 -1 -1 -3 -5 -7 -9 —-11 -13 —15 -15
-8 -5 -2 -1 =2 0 -2 -4 -6 -8 —10 —12 -14
-10 -7 -4 -3 -2 =2 1 -1 -3 -5 -7 -9 —-11
-12 -9 -6 -5 -2 -3 -] 2 0 -2 -4 -6 -8
-14 -11 -8 -7 -4 -3 =2 0 1 1 -1 -3 =5
-16 -13 -10 -9 -6 -5 -4 -1 1 0 0 -2 =2
-18 -15 -12 -11 -8 -7 -4 -3 -1 2 0 -1 -3
-20 -17 -14 -11 -10 -7 -6 -5 -3 0 3 1 -1
-22 ~-19 -16 -13 ~-12 -9 -8 -7 -5 =2 1 4 2
-24 -21 -18 -15 —-12 -1l -10 -7 -6 -4 —1 2 5

HOoAQPH>»H>0500 |

Table 9.3: Similarity alignment of threonine tRNA (a) with valine tRNA (b)

-GCTGATATAGCT
I I I
GGGTGAT-TAGCT

The multiple letter indel case is covered by the next theorem. Indel penalty
g(k) is again assumed to be a function of indel length k.

Theorem 9.9 Set Si,]‘ = S(a1a2 s A, b1b2 s bj), Soy() =0, Soyj = —-g(]), and
Sio = —§(i). Then

Si—l,j—l + 3((11', b])7
Si,; = max ¢ maxi<k<;{Sij-x — 9(k)},
maxi<i<i{Si—1,; — 9(1)}

The following result obtains the O(nm) running time for the case of linear
indel weights.

Theorem 9.10 Let §(k) = o + B(k — 1) for constants « and (3. Set Eyg =
Foo = So0=0,Eip=Sio=—9(t), and Fo,; = So,; = =9(j). If

Eiyj = max{Si,j_l - a,Ei,]-_l — ,3},

and
F.L',J' = max{Si_l,j - a,Fi_lJ - ﬂ},

then
Si; = max{Si_1 ;-1 + s(a;, b;), E; ;, Fi ;}.
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The parallels between the formulas for distance and similarity alignment lead
to a natural question. When are similarity and distance algorithms equivalent?
When full sequences are aligned by distance (similarity) in global alignments, there
1s a similarity (distance) algorithm that gives the same set of optimal alignments;
that is, finding similarity and distance alignments are dual problems.

Theorem 9.11 Let a similarity measure be given with s(a, b) and indel penalties
G(k) and a distance measure be given with d(a, b) and indel weight g(k). Assume
there is a constant ¢, such that s(a,b) = ¢ — d(a,b) and §(k) = g(k) — (kc)/2.
Then an alignment is similarity optimal if and only if it is distance optimal.

Proof. Now, by elementary counting,

n + m = 2#matches + Z kAL,
k

where matches means aligned letters and Ay, is the number of indels of length k.
Using this simple equation,

D(a, —mln{z d(a,b) + Z (k)A}

matches

:min{Zc+ZkAkC/2_ D slab)+ ) alk }

matches k matches

matches

k
:min{c(n+m)/2— Z (a,b) +Z }
:c(n-{-m)/2—max{ Z s{a,b) Zg(k }

matches
=c(n+m)/2— S(a,b).
]

Usually, 0 < ¢ < maxq» d(a’, ') so that we have both positive and negative
similarity values. Note that

D(a,b) + 5(a,b) = c(n + m)/2,
so “large distance” is “small similarity.” After seeing this equivalence, it is

surprising that there are problems with a simple similarity algorithm for which no
equivalent distance algorithm exists. This situation arises in Section 9.6.
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9.5 Fitting One Sequence into Another

Next, the algorithms are modified to solve a new problem: Find the best fit of
a “short” sequence into a “larger” sequence. An example of when this might
be of interest is in locating a regulatory pattern in a nucleotide sequence, such
as TATAAT in a bacterial promoter. The algorithm finds where the short pattern
approximately appears in the longer sequence.

First consider the problem of fitting a = aja; - - -a, intob = b;b, - - - b,,,. For
the purpose of visualizing the problem think of n as much smaller than m. (The
relative sizes of n and m are irrelevant to the mathematics.) The problem is to
find

T(a,b) = max {S(a, bebrsi---biiby) : 1 <k <I<m}.

See Figure 9.4 for a schematic for this problem. The solution to this problem as
indicated in the definition will take time proportional to

m

> n(l - k) = O(nm?).

1 k=l

S

———— T

NE

x
1l

Figure 9.4: A schematic fitting alignment

Instead, we take another approach. Note that deletions of the beginning and
end of b are without penalty. Certainly, deletions of the beginning of b are
encoded in the boundary values of our usual matrix setup. Define

T;; = max {S(aiaz- -~ ai, brbryy---b;) 0 1<k <5}
Theorem 9.12 Define Ty ; = 0,0 < j < m, and T; o = —ié. Then
T;; =max {T;_y ;1 + s(a;,b;), Tij—1 — 6, Tiy,; — 6} .

Proof. The main idea is in the boundary conditions. Initial deletions of b,
biby---b;, are set at Ty ; = 0. Each letter of a must be accounted for; hence,

T; o = —i6. After the initial match, deletions in b as well as a must be accounted
for. The recursion for T; ; does just that. m
Corollary 9.3

T(a,b) = max{T(n,j),7:1<j<m}.



202 Introduction to Computational Biology

Proof. To obtain unweighted ends of the alignment of a with by - - - b;, we just
choose the best score T), ;. ]

To illustrate this algorithm, we take as sequence b the E. coli promoter
sequence of lacl. In E. coli promoter sequences, the —10 signal TATAAT is
well-known to have functional significance. We take a = TATAAT. As above
s(a,a) = 1, s(a,b) = =1 if a # b, and & = 2. The matrix (S(i,5)) is
shown in Table 9.4. Searching the last row of the matrix gives two solutions of
max;<;<sg S(6,7) = 2, at (6,13) and (6,43). The pattern at (6,43) has alignment

TATAAT
CATGAT

and is CATGAT in the promoter sequence, the canonical — 10 pattern. The pattern
at (6,13) has alignment

TATAAT

TCGAAT

with TCGAAT in the promoter sequence, an equally good fit.

This illustrates the utility of the algorithm, in that it locates the putative
—10 signal CATGAT in lacl. It also emphasizes the difficulty of promoter signal
analysis by finding an equally good pattern TCGAAT 30 bases 5’ of the —10
pattern.

HD>P AP A
NANOO oo

—_

Table 9.4: Matrix for best fit of TATAAT into the E. coli promoter of lacl

9.6 Local Alignment and Clumps

Surprising relationships have been discovered between sequences that overall
have little similarity. These are several dramatic cases when unexpectedly long
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matching segments have been located between viral and host DNA. The subject
of this subsection is a dynamic programming algorithm to find these similar
segments. This is probably the most useful dynamic programming algorithm
for current problems in molecular biology. These alignments are called local
alignments. See Figure 9.5 for a schematic. For a mathematical statement of the
problem, it is necessary to assume a similarity function s(a, b). The object is to
find

H(a,b) = max{S(aiaH] . -aj_laj,bkka . "bl_lb[) :
1<i<j<n1<k<I<m},

where H(0,0) = 0. This amounts to (5)(’;) sequence alignment problems, and
a new algorithm must be devised. Computing H using the method of Theorem
9.8 to find S takes time O(n®), when n = m.

NN

—_

Figure 9.5: A schematic local alignment

When work first began on problems of this type, the problem formulations were
based on distance functions and the algorithms involved forward and backward
recursions, each recursion requiring a matrix. Those algorithms are quite complex.
The similarity formulation given above is solved in a straightforward way. Define
H, ; to be the maximum similarity of two segments ending at a; and b;:

H; ; = max{0; S(az@z41---as,bybytr---bj): 1 <z <i,1 <y <j}

A recursion similar to those given for the similarity problems discussed above
is obtained for H.

Theorem 9.13 Set H; o = Hoj =0for1 <i<nandl < j<m. Then
Hij = max{0, Hi1j-1 + s(ai, b;), max {Hi—y,; - g(k)},
max {H; ;1 — g(k)}}.

1<I<)
Proof. Just as before, think of possible segments ending at (¢, 7). If there is
one positive scoring segment ending at (¢, 7), then they must satisfy the usual
recursion. If the usual three-term recursion ends with all negative values, then
there is no positive scoring segment ending at (¢, j) and the valuein H; ; = 0. =

Of course, single or linear indels can be treated as discussed above.
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Corollary 9.4
H(a,b) =max{H,;: 1<k <n,1<I<m}.

Corollary 9.5 Ifg(k‘) =+ ﬁ(k — 1), Ei,]’ = Fi,j = Hi’j = 0 when1 ] = O,
with

Ei; =max{H; ;- —a,E; ;_ — 3},
and
Fi; =max{H;,_; —a,F,_,; — B},
it follows that
H;; = max{0,H;_ j_ + s(a;, b;), E; j, F; ; }.

This method will be referred to as the local or the maximum segments algorithm.
What about other highly similar segments?

The following procedure finds one alignment from all alignments with the
highest score and then continues to find the next best alignment with no matches or
mismatches of its alignment in common with those already output. The algorithm
corresponding to Theorem 9.13 stops after the best local alignment is output. The
algorithm given here extends the straightforward application of Theorem 9.13.
As we will see in Section 9.8, there are many alignments virtually identical to the
optimal local alignment but that differ in minor detail. It is usually not feasible
nor even interesting to write out all of these alignments. Instead, we ask if there
are other “interesting” alignments. This is accomplished by our definition of a
clump of alignments as a set of alignments that share one or more match (identity
or mismatch) with a given alignment. We then take one alignment from each
clump for the output.

When calculating the matrix H, stack all (,7,Y) withY = H, ; and H; ; >
C = cutoff value. The stack is ordered by > where (1, j, H; ;) = (k,1, Hy ) if

(i) H; ; > Hy,,
(ll) Hi,]‘ = ch,l and ¢ +7 < k+1,
or
(111) Hi’j = Hkyl,i +7=k+1 andi < k.

During tracebacks for some stack entry, we only output one alignment. For
this, one additional concept is needed, that of minimum length alignment. Define
the length of an alignment beginning at (p, ¢) and ending at (z,7) to be |1 + 5 —
(p + q)|. We only output minimum length alignments, although this is entirely a
matter of choice.

The algorithm begins with the top (4, 7, Y), i.e., the largest under “>,” and that
alignment is output. Next, we must find the next largest scoring alignment that
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has no matches or mismatches in common with those alignments already output.
The simple concept of recomputing the matrix, not allowing matches (identities
or mismatches) already used, is employed. This simple device declumps, that
is, removes the effects of all alignments in the clump. This does involve more
calculation. As the elements below and to the right of an alignment’s end [i.e.
(2,7)] must be recomputed, each succeeding alignment takes nm /4 matrix entry
recomputations on the average. Although this might be worth the cost because of
simplicity, much more efficient algorithms can be given in the cases of single and
linear indels.

For simplicity, take the single letter indel case, and let (k,l) be the upper
leftmost position of a match in the alignment. (The alignment must end in a match
or it is not optimal.) The new matrix H™ satisfies

H'.=H,; i<korj<l
Define Hy , by
H):,l = max{0, Hl:—l,l - g(l)vHI:,l—l -g()}.

Note that the match ending the alignment is not allowed. Consider the row
(k,7),1 < j. Recompute eachentry j = [+ 1,1+ 2,..., until Hy; = Hy ..
Then it is clear that Hy; = Hy , for the rest of the row. Similar considerations
hold for the remainder of the alignment. Note that on each row and column it is
necessary to go at least to the position that was necessary for the preceding row
or column. By this device a much more efficient algorithm is obtained. If an
alignment has length L, the recomputation required is approximately L?, and if
several alignment clumps are output, the recomputation is proportional to 3, L2

To generalize the declumping algorithm to the case g(k) = a + B(k — 1) is
quite easy. Recall that three matrices are required in Corollary 9.5: H, E, and
F. We calculate three new matrices: H*, E*, and F'*, proceeding along rows
and columns as above until all three matrices agree; H* = H,E* = E, and
F* = F. To illustrate the algorithm, we set s(a,a) = 2, s(a,b) = —1ifa # b,
and g(k) = 2k. Two sequences are compared and Table 9.5(a) gives the matrix
H(x10), where the best matching segments are

TGAG—-ATA

111 11
TGCGAATA

with score 9. The matrix NV is shown in Table 9.5(b) where the recomputed entries
are shown with * to the right. For this step, the best matching segments are

GATACT

|1
GAT-CT

with score 5.
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G C T C TG CGAATA

(a) First local comparison

G C T C TG CGAATA

Table 9.5: (b) Second local comparison with the first clump denoted by boxes.

9.6.1 Self-Comparison

There is an easy application of the local algorithm to find repeats within a sequence.
Since we will compare a with a but do not need to discover that a

necessary to set H; ; = 0 and to compute H; ; only fori < j.

a, it is
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Algorithm 9.4 (Repeat)
input: a,b
1. Hii=0, Hypi=0, all i=1to n

2. fori=1ton
for j=i+4+1 to n
Hij — max{Hi-1; — 6, Hi—1j-1 + s(ai, a;), Hi -1 — 6,0}

This simple algorithm can find overlapping repeats. If ATATATATATAT is a
substring, then, depending on the scoring parameters,

ATATATATAT
ATATATATAT

might be the best repeat, the substring matched to a shift by two letters. The
second best repeat would then be

ATATATAT
ATATATAT,

the substring shifted by 4. Clearly, for tandem or adjacent repeated units, this
method can find the repeat and its “periodicity” even when the pattern is not
always perfectly periodic.

Suppose we wish to find nonoverlapping repeats. They are, of course, also
found by algorithm repeats, but now we restrict our search to only nonoverlapping
repeats. At the expense of increased computing time there is an easy algorithm
for this task too.

Algorithm 9.5 (Nonoverlapping Repeat)
input: a,b

M —0

for t=1 to n—1

M — max{M,H (a1 -ai,aqit1- - an)}

Clearly this algorithm takes O(n?) time.

9.6.2 Tandem Repeats

In the last section (9.6.1), we studied finding repeats within a sequence a =
ajay - - -a,. Here, we will be given the pattern b = b;b; - - - by and wish to find
the maximum repeats of b within a, where the repeats of b must be adjacent or
tandem. Define b' = bb - - - b to have b repeated or concatenated [ times. Let us
take the similarity function
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R(a,b) = max{S(a;a;+1 - a;,bzbyss - -bb'biby-- by :
1<i<j<n1<z<k+1,0<y<kl>0},

where b1by---b, = @ when y = 0, and byby4i by = 0 whenz = k + 1.
Solving this problem in the obvious way is very time-consuming, as b’ might be
very long. Each repeat of b must have at least one match with a or the score
could be improved by omitting that b repeat. Therefore, I < kn and we see
that R(a,b) = H(a,b*") which takes time O(kn?). Instead, there is a clever
algorithm that runs in time O(kn). This algorithm is based on two observations.

Consider the previous discussion, where the pattern is duplicated at least kn
times. Let the pattern b have length k. The first observation is that the value in
any cell is independent of the value in the cell £ columns to its left on the same
row. Let the cell under consideration be C;, and the cell & columns to the left
on the same row be C;_j. Note that there is an alignment ending at C;_; that
produces that cell’s score. But, there is an identical alignment shifted k columns
right which gives the same score in C; (because of the repetitive nature of the
pattern sequence). Now, any alignment that passes through C';_ on the way to
C; involves k deletions. Because deletions receive a negative score, the score of
this alignment must be less than the score at C';_;. But we know that the score at
C; is at least as large as the score at C;_, a contradiction.

In the style of previous dynamic programming algorithms, we need to define an
appropriate R; ;. Assume that we have completed the best score of an alignment
ending at a; and b; taken from a;a; - - - a; and b1b; - - - bj, respectively. For b;, this
assumes that our ability to align repeats of b with aja; - - - a; is not constrained by
lack of b repeats. Formally,

R; ; = best score of an alignment that ends at a; and b;.

Note that now 1 < j < k. For the induction step, assume that B;_; ;,1 < j < k,
is known. We compute R ; by the recursion

R;-ky]- = max{O, Ri,j—l -6, Ri—l,j — 6, Ri—l,j—l + S(ai,b]‘)},

beginning with j = 1. Now,forj =1, R; ;_; = R;pand R,_; ;1 = R;_, o are
not given. By periodicity, R;o = R; x and R;_19 = R, ;. Because initially
we do not know R;o = R;, we set Rio = 0 and compute R;,. Therefore,
R}, = R;, unless the correct alignment comes from extending an alignment
ending at a; and bx. As the recursion proceeds to R;,, we have R, = R},
unless the alignment comes from R; ¢ by deleting across b; - - - bx. The previous
paragraph excludes that possibility and, therefore,

*
Ri’k = Ri,k'

The second observation is that if we recompute the row this time using the correct
value of R; o = R; 1, we get the correct values of R; ;,1 < j < k. By letting the
array “wrap” around in this fashion we compute R(a, b) in time O(kn).
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Algorithm 9.6 (wrap)
input: a,b
1. Ry;=0 for 0<5<k%
Rip=0 for 0<i:<n

2. fori=1 to n

for j=1 to k

R,',]' = max{O, Ri,]‘_l -6, R,‘_],]‘-] + S(ai,bj),Ri_Lj - 5}
Rio=Rix

for j=1 to k
R,',j = max{O, Ri,j_l -6, Ri_1j-1+ s(a,',bj),R,'_l,]— - 6}

3. R(a,b)=max{R;;:1<i<n,1<j<k}.

9.7 Linear Space Algorithms

Most of the algorithms presented so far find alignments in quadratic time and
quadratic space. It is often the case that the space requirements are so large that
the arrays cannot be stored in RAM, and the algorithm spends a good deal of time
swapping data between disk and RAM. In this section, we present two techniques
to reduce space requirements. The first gives a reduction to O(n) and the second
areduction to O(D,, ,,, min{n, m}).

In our first method, the cost of the reduction to O(n) storage is approximately
a doubling of computing time. For simplicity, this section will use the algorithm
for similarity S with g(k) = ké.

Algorithm 9.7 (S)
input: n,m,a,b,s(-,),8
output: S.

1. Sip—=i6, 1=0,1,...,n
So,; — =38, j=0,1,...,m
2. fori=1ton
for j=1 tom
S ; = max{Si-1;_1 + s(a:,b;), Si—1,; — 6, Sij—1 — 6}
3. S—Spm-

To compute S = S, » without quadratic space requires a simple modification
of S.

Algorithm 9.8 (S*)
input: n,m,a,b,s(-,),6
output: Sn1,5:2,...,5,m =8
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1. Ty; « —jb for =0 to m
for i=1 to n
for j=0 to m
To; — T
Ty — —16
for j=1 to m

Ty,; = max{Toj—1 + s(ai, b;),To; — 6, Ti ;-1 — 6}

2. Snje—Tj, 7=0,...,m.

The shortcoming of algorithm S* is that it does not allow us to determine
the optimal alignments that have score S, ,,. The next algorithm overcomes that
difficulty by determining midpoints of alignments. Define

al; = 142 - - - 4,
by =biby---bj,

and
Ap i+l = Anlp-1 """ Ait1,
brmjt1 = bm - bjpr.

Finally, define e||f to be the continuation of the finite sequences e and f. The
output c is one optimal alignment, which we take to be equivalent to the set of
aligned pairs (¢, 7).

In the Algorithm SL, in step SL2, the output S1 from S* (i, m, a; ;, b m, S1)
is S(a]yi, @), S(a]yi,b]), P ,S(al,i, b] s bm)

Algorithm 9.9 (SL)
input: n,m,ab,s(-,-),6
output: c.

1. if m=0
C— —
if n=1

if j satisfies s(ai,b;) = maxg s(ar,by) > —26
then ¢ — (1,5)
else ¢ —
2. i+« |n/2]
S*(i,1n,al,,-,b1,m,Sl)
S*(n "’i,m,ﬁm,i+l,6m,lysz)
3. M« Maxo<;<m S](]) + S2(m — ])
k — min{j : S1(j) + S2(m — j) = M}
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4. algorithm SL(i,k, a1, b, c1)
algorithm SL(m —4,n — k,ai41,nbkt1,n,€2)

5. ¢« clc2.

Proof of Algorithm SL. If m = 0, ¢ = —. If n = 1 and + max; s(ay,bx) =
s(ar,b;) > —26, then S(a1, by -+ bm) = —(j — 1)6 + s(a,b;) — (m — 7)6 and
¢ = (1,7). Otherwise, c = —. Because the score of the alignment is additive
when g(k) = k6, M = Sy m. ]

The time complexity of Algorithm SL is easy to calculate. The first pass is
done in time proportional to

Then the problem divides into problems of size n/2, k, and n/2,m — k. They
take time proportional to

23 4) 23 m-t) = m.

Thus, the algorithm converges in time proportional to

0 an2_’c = 0(2nm) = O(nm).

k>0

This analysis shows that the running time of algorithm SL is double that of
algorithm S.

The case of g(k) = a + B(k — 1) is an exercise. For local algorithms, the
following device gives us an optimal local alignment in linear space. In the first
pass, an algorithm corresponding to S* called H* can find the “first” occurrence
of H(a,b) = H,; (according to the ordering > given after Corrollary 9.4).
Then run H*(a;a;—1---a1,b;b;—1---by) to find the first (according to >) of
score H; ; at H*(a;---ax,b; ---by). Now, the best local alignment is of the
substrings axak+1 - - - @; and bybyy - - - b;. Algorithm SL(ay -+ - a;, by - - - by) gives
the alignment in linear space. At worst, the algorithm takes four times as long as
that of Algorithm H. Declumping to get the k best local alignments in linear space
is a much more difficult job.

Now we turn to our second O(n) space method. It is natural to observe that
only a portion of the matrix is used for calculation of the final comparison value.
We return to distance for an elaboration of this observation.

Di; = min {Di—l,j—l + d(as, bj)vrgglll{Di,j—k + g(k)},rkn;l}{Di—k,j + g(k)}}

and assume d(a, b) = 1 unlessa = b.
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Lemma 9.1 Forall (i,5),D; ; —1 < D;_;_1 < D;;.

Proof. The proofis by induction on ¢+ 5. The left-hand side is immediate from the
recursion. If Diyj = Di—],j—l + d(ai,b]-), then D-;’j > Di—l,j—] follows. Oth-
erwise, without loss of generality, assume D; ; = D;_x ; + g(k). The induction
hypothesis implies D;_x ; > D;_(x41),j—1 50 that D; ; > D;_1_ ;-1 + g(k).
The recursion equation now implies D; ; > D;_ 1, ;j—1 + g(k) > Di—1;-1. =

Lemma 9.1, which is elementary, is the key to an elegant method. The lemma
states that D, ;.. is a nondecreasing function of 7. This implies a structure for
the matrix D; ;: It is shaped like a valley with increasing elevations along lines
of constant j — i. The lowest elevation is Doy = 0. The focus below is on the
boundaries of elevation changes when D; ;1 . = k changesto Dy ;414 = k+1.

Suppose all indels have cost 1, i.e., g(k) = k. The basic idea of the algorithm
is to start at Do = O and extend along j — 2 = O until D, ; = 1. In general, there
will be 2k + 1 boundaries of the region D; ; < k. Each boundary j —¢ = c is
extended until D; ; = k41 (for j —i = c). The extension of the boundary to k + 1
can be determined from the boundaries for k,k — 1,... and checking a; = b;.
This procedure is followed until D, ,,, is reached. If D, , = s, it is clear that
no more than (2s + 1) min{n, m} entries have been computed. It is sufficient to
only store these boundaries so that required storage is O(s?). Therefore, we can
compute D, ,, in linear time equal to O (Dy, m X min{n, m}).

9.8 Tracebacks

So far, not much attention has been given to actually producing the alignments.
There are two methods to produce an alignment: saving pointers and recomputa-
tion. We will treat the pointer method first.

In the case of single indels, g(k) = k4, pointers can be easily handled. Recall
that there are generally four possibilities for alignment, including option (3) for
local alignment:

0) H;—1;-1 + s(aq, bj),

(1) Hyj—1 — 6,
2) Hi—;; -6,
3) o.

Option (3), 0, means that the alignment ends. Therefore, any subsetof {0, 1,2}
is possible, where @ = option (3). It is convenient to use integers ¢ € [0,7] to
correspond to the eight subsets of {0, 1,2}.

Computed tracebacks simply repeat the recursion at each entry, beginning
with the optimal score at the lower right end of the alignment and checking to see
which options resulted in the given score. Just as above, multiple options arise.
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It is often the case that many alignments result from one score. At each (i, §)
in the traceback where multiple options exist, the unexplored options with the
location (3, j) are placed into a stack. The stack is managed in a last in — first out
(LIFO) manner. We return to the stack when an alignment is finished. Of course,
LIFO allows us to utilize the alignment already obtained up to the (4, j) found in
the stack. When the stack is empty, all optimal alignments have been output.

The time efficiency of producing alignments is hard to estimate precisely,
because of the efficiency of the LIFO stack. One, unique, alignment can be found
in time O(L), where L = length of the alignment, for the single indel case.
Computed tracebacks in the multiple indel case take time O(max{n, m}L). The
next theorem shows how to reduce this when g(k) = a + B(k — 1).

Theorem 9.14 Ifg(k) = a+ B(k — 1) and S, ; > S; j_x~ — Bk*, then
Sii>Sij—k—glk),allk >k*+1.
Proof.
Sij > Sij—ke — Bk*

> i i_kr—g — QO — ~ 1)) — *
2 max A{Sijk—g —a=Blg~1)} - Bk
= el ASiioeerg —a = Bk +9) - 1)}

= omax_ {8k —g(R)}.

Near Optimal Alignments (1)

The optimal alignments depend on the input sequences and the algorithm parame-
ters. The weights assigned to mismatches and indels are determined by experience
and an effort is made to use biological data to infer meaningful values. Of course,
in addition to assigning weights, there are sometimes unknown constraints on the
sequences that cause the correct alignment to differ from the optimal alignment
given by an algorithm. Hence, it is of some interest to produce all alignments with
score (distance or similarity) within a specified distance of the optimum score.
Two algorithms are given here for the similarity algorithm.
To be explicit, let S = (Si, ;) be the single indel similarity matrix with

Siyj = max{Si_l,j_1 + S(ai,b]‘), Si—l,j -4, Si!j_] — 5}

The task is to find all alignments with score within e > 0 of the optimum value
Sp,m- All optimum alignments are included.
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At position (4, j) assume a traceback from (n, m) to (0, 0) is being performed
that can result in an alignment with score greater than or equal to S,, ,, — e. The
score of the current alignment from (n,m) to but not including (¢, 5) is T5 ;. T; ;
is the sum of the possibly nonoptimal alignment weights to reach (7, j). From
(z,7), as usual, three steps are possible: (i — 1,7), (¢ — 1,5 — 1), and (¢, — 1).
Each step is in a desired alignment if and only if

Tij+Sic1,; =62 Saym — ¢,
Tij+ Sie1,j-1+ 8(ai, b5) > Spom — e,
Tij+Sij-1—62 Sam —e,

respectively.

° IfTi,j + 51;1,]‘ ) > Sn,m - e,
moveto (1 — 1,7) withT;_; ; =T, ; — 6.

° IfTi’j + Si—l,j—l + s(ai,bj) > Sn,m — e,
move to (l -1,7— 1) with Ti—l,j—] = Ti,j + S(ai,b]').

° IfTi’j + Si,]’—] ) > Sn,m -e,
move to (l,] - 1) with Ti,j—-l = Ti’j - 4.

Multiple near-optimal alignments can be produced by stacking unexplored
directions. Of course, multiple insertions and deletions can be included.

The sequences displayed below are chicken hemoglobin mRNA sequences,
nucleotides 115-171 from the chain (upper sequence) and 118-156 from the chain
(lower sequence).

UUUGCGUCCUUUGGGAACCUCUCCAGCCCCACUGCCAUCCUUGUCACACGGCAACCCCAUGGUC
UUUCCCCACUUCG AUCUUUGUCACAC GGCUCCGCUCAAAUC

This alignment is presumed correct from the analysis of the many known amino
acid sequences for which such RNA sequences code.

Using global distance, with a mismatch weight of 1 and g(k) = 2.5+ k, where
k is the length of the insertion or deletion, the biologically correct alignment is
found among the 14 optimal alignments. To indicate the size of neighborhoods in
this example, there are 14 alignments within 0% of the optimum, 14 within 1%,
35 within 2%, 157 within 3%, 579 within 4%, and 1317 within 5%. For mismatch
weight of 1 and a multiple insertion or deletion function 2.5 4+ 0.5k the correct
alignment is not in the list of the two optimal alignments. This example illustrates
the sensitivity of alignment to weighting functions.

Near-Optimal Alignments (2)

The method described above requires all near-optimal alignments to be explored.
There are often an exponential number of them. A less precise but frequently more
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practical approach is to ask if (¢, §) is a match on any near-optimal alignment. The
best score of all alignments with (¢, j )} matched is

S(a, ceeai—y, by "'bj_.1) +s(ai,bj) + S(G,H.] ---an,bj+1 bn)

The position (7, j) can, for example, be highlighted if this quantity is > S,, ,,, —e.
This analysis can be done by computing the matrices for S(a; - -an,b; - b)
and S(an@n_1 - ar,bmbm—1---b1).

9.9 Inversions

Our goal here is to describe an algorithm for optimal alignment of two DNA
sequences that allows inversions. An inversion of a DNA sequence is defined to
be the reverse complement of the sequence. Although the number of inversions
is not restricted, the inversions will not be allowed to intersect one another. Later
we will discuss the case of intersecting inversions. Although we could describe
other versions of our algorithm, including full or global sequence alignment, here
we present the local alignment algorithm with a linear indel weighting function.
When we allow inversions, the inverted regions will not exactly match and
must themselves be aligned. In addition, one of the inverted regions must be
complemented to preserve the polarity of the DNA sequence. Let us define

Z(g,hii,5) = Si(agagsr - ai,bibj_1 - -by),

where A=T,C =G,G =C,and T = A. In the original sequences the segments
AgQg+1 - - a; and bpbpy - - - by are matched after an inversion. This means that
agQg+1 - a; and bjbj_y - - - by are aligned. Z(g, h; i, 7) is indexed by the begin-
ning (g, k) and ending (¢, ) coordinates of the sequences in their original order.
The function S| is the alignment score defined in Theorem 9.10 using the matching
function s, (a, b) and indel function ¢; (k) = a; + Bi1(k — 1). Each inversion is
charged an additional cost y. The noninverted alignment uses matching function
s2(a, b) and indel function g>(k) = ap + B2(k — 1).
The recursion for the best score W, with inversions, is given in

Algorithm 9.10 (All Inversions)
input: a,b.
set U(1,7) =V(,j)=W(,5) =0 if i=0 or j=0.
for =1 to m
for 1=1 to n
U(i,5) = max{U(i — 1,5) + B2, W(i — 1,j) + a2}
V(i j) =max{V(i,j = 1)+ B2, W(5,5 — 1) + a2}
for g=1 to ¢
for h=1 to j
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compute Z(g,h;1,7)

W(i,j) = max{ max {W(g—1,h—1)4Z(g,h;1,5)} +7,
1<g<i
1<h<; 9.3)

W(l - 17] - 1) + Sz(aiabj)a U(lij)’ V(17])7O}
best inversion score =max{W(i,j):1<i<n,1<j<m}.

The proof that the recursion gives the optimal score for nonintersecting inver-
sions follows the usual proof for dynamic programming alignment algorithms.

The system of recurrences in (9.3) is expensive in computation time. If
Z(g, h;1,7) is computed for each (g,h) where 1 < g <iand1 < h < j, this
takes time O(i%52), and the full Algorithm 9.10 takes time O(n®), when n = m.
If general g;(k) is used, the corresponding version of Algorithm 9.10 takes time
O(n"), whenn = m.

Clearly Algorithm 9.10 s too costly in time for any problem of interest. Essen-
tially the reason for this is that many very poor quality inversions are calculated
and rejected. Biologists are only interested in longer, high quality inversions.
Fortunately, there is a computationally efficient way to choose these inversions
and dramatically speed up the alignment algorithm.

We first apply the local algorithm with s,(a,b) and ¢;(k) = a; + Bi1(k — 1)
to the sequences a = a; - - - a,, and the inverted sequence b(™) =9 5., ---b;.
The local algorithm gives the best K (inversion)local alignments with the property
that no match (identity or mismatch) is used more than once in the alignments.
Each time a best alignment is located the matrix must be recalculated to remove
the effect of the alignment. If alignment ¢ has length L;, the time required to

produce the list £ of the best K inversion alignments is O (nm + Zfi, Lf) To

reduce the time requirement we choose an appropriate value of K. To further
reduce running time we could impose a score threshold C} chosen so that the
probability that two random sequences have a K -th best alignment score > C| is
small. See the discussion of statistical significance in Chapter 11.

Algorithm 9.11 (Best Inversions)
input: a,b

1. apply local algorithm to a and b/™ to get K
alignments

L£={(Z(g,h:1,7),(g,h), (i, 7)) : x € [1, K]}

2. set U(i,j)=V(i,j) =W(i,j) =0 if i=0 or j=0
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for j=1 tom

for 1=1 ton

UGi,j) = max{U(i = 1,5) + B, W(i — 1,j) + a2}
V(lvj) = max{V(i,j - 1) +ﬁ2aW(laJ - 1) +a2}
W(la]) = max{mgx{W(g—- 17h_ 1) +Z(gvh!la])} +77

W(l -1,5- 1) + Sz(ai,b]'), U(lv.])v V(l,]),O}
best inversion score =max{W(i,j):1<i<n,1<j<m}.

We have greatly reduced computation time. Part 1 of the algorithm can be
done in time O(nm). Part 2 requires time proportional to nm times a constant
plus the average number of elements in £ that “end” at (i, 7). It might seem that
only one best inversion has this property, but recall that we align agagy; - - a;
with b;b;_; - - bs. This allows the possibility of several elements with “end”
(2,7). Still the list £ is restricted to K elements. In the illustrative example
discussed next, |£| = 2. Clearly, part 2 of the Algorithm Best Inversions runs in
time O(nm|L| + O(E|£| L?).

For maximum flexibility we have allowed s;(a,b) and s2(a,b) as well as
w; (k) and wy (k) to have different values. This might be advisable if the inversion
segments are thought to have evolved differently from the rest of the alignment,
but usually s; = s and g; = ¢».

To illustrate our algorithm we use the sequences a = CCAATCTACTACT
GCTTGCA and b = GCCACTCTCGCTGTACTGTG. The matching functions
are

10 whena = b,
si(a,b) = s2(a,b) = { —11 whena # b

while
U)1(k) = wz(k) = —15 - 5k.

The inversion penalty is v = —2 whereas the list £ is defined by K = 2. The
two alignments in £ are shown in Table 9.6, where the matched pairs are boxed.
Table 9.6 shows the matrix H for a and b(™) and the two alignments in L.
The best local alignment with inversion, along with the matrix W, is shown in
Table 9.7.

We now turn to modifying our algorithm for inversions to yield the J best
alignments. Qur object is to produce the J best alignments that do not share a
match, mismatch, or inversion. Therefore, when an inversion from £ is used in
an alignment, it cannot be used in a succeeding alignment. This is accomplished
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C ACAGTACAGTCSGAG G T G G C
€1 01 0 0 0 10 0 010 0 [] 0o 0 0 0 10
¢c 10 010 0 0O O 010 O 010 O [] 0 0 0 010
A 020 20 0 010 02 0 0 01 010 0 0 0 0 0
A 01 10 9 010 010 9 0 010 010 0 0 0 O O
T 0 0O 019 0 0 0 0 0 O [] 010 0 0 O
c10 010 0 0 0 B10 0 010 0 0 O 0 0 O 0 010
T 0 O o 0 [T(; 0O 0 0 0 0 0 0O 0 0100 0 0 O
A 010 010 O O0{20f0 10 0 0 010 010 0 0 0 0 O
cC 10 02 0 0 0 O030j10 510 0 0 0 0 0 0 0 0 10
T 0 0 0 9 0 F 01019 0 0 0 0 0 0 010 O O O
A 010 010 0 Of20|52 8 0 010 010 0 0 0 0 0
C 10 02 0 0 0 0f30|10 918 0 0 0 0 0 0 0 010
T 0 0 0 9 010 010190 0 7 0 0 0 010 O O O
G 0 0 0 019 0 O 5 0|29(9 10 010 0 10 0 20 10 ©
€C 10 010 0 O 8 010 O 9|39(19 14 9 4 0 0 O 9 20
T 0 0 O O 010 0 O O 41928 8 3 0 010 0 0 O
T 0 0 0 0O 010 O O O 014 817 0 0 010 0 O
G 0 0 0 010 O O O 010 9 24 427 7 10 0 20 10 O
€1 010 0 0 0 010 0 02 413 716 0 0 0 9 20
A 020 020 0 010 020 0 0 9 14 17 5§ 0 0 0 O

Table 9.6: Best local alignment with inversions of a = CCAATCTACTACT-
GCTTGCA and b = GCCACTCTCGCTGTACTGTG

GCCACTCTCGCTGTACTGTG
¢ ofwofo 010 o010 010 010 0o 0 0 010 0 0 0 0
¢ 010[20]010 010 01 01 0 0 0 010 0 0 0 0
A 0 0 Of3]10 5 0 0 0 00 00 01 00 0 0 0
A 0 0 010J19]0 0 0 0 0 0 0 0 010 0 0 0 0 0
T 0o 0 o0 5 0[29]910 0 0 010 010 0 010 010 0
C 01010 015 9[39]19 20 910 0 0 0 010 0 0 O 0O
T 0 0 0O O 025 19[49|20 24 19 20 9 10 0 0 20 0 10 0
A 0 0 01 0 514[290|38 1813 8 © 020 0 0 9 0 0
cowloozoousza_aﬂnzs940233010500
T 0 0 0 0 0301025 19'28 16 38 18 14| B]17 40 20 15 10
A 0 0 10 0 10 19 14 1408 17 18 27[ 7[24) 5 20 29 9 4
€ 01010 02 5 2 9242413 13[7]1e 4534 15 9 18 0
T 0 0 0 0 030103 10013 0288 17 5114 44 24 19 14
G 10 0 0 0 01019 10 19/'20{ 2|8 38 18 13’ 9 24 54 34 20
C 02010 010 520 8 2)|8|30 10 18 27 76156 51 46 43 36
T 0 0 9 0 02 03010 9 10 40 20 28 566566 46 56 36
T 0 0 0 0 01 91019 0 5 20 29 30 51 45[75|55 56 45
G100 0 0 0 0 0 5 020 9 15 30 18 46 40 55|85|65 66
C 02 10 010 010 0 15 9 39 19 14 19 41 56 50 65 74 54
A0 0 92 0 0 0O 41928 8 3 36 36 45 60 54 63

Table 9.7: The matrix W and alignment

by appropriately changing £ as the algorithm proceeds. As in the local algorithm,
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the computation proceeds along the p-th row from column ¢ to column 7 until
U*(p,r) = U(p, ),

Vi(p,r) = V(p,),

94

and
W*(p,r) = W(p,r).

Then the computations are performed on the ¢-th column. In this way, an isolated
island of the matrix is recalculated.

A second, more complicated feature of the algorithm arises at this point. The
validity of the recalculation procedure in ( 9.4) is justified by the basic property of
the dynamic programming recursion equations. However, these recursions allow
W(g —1,h — 1) to affect W(3,j) if (Z(g, h;1,7),(g,h), (3,7)) € L. Therefore,
after an island of recalculation is performed, we examine £ for (4, 7) such that the
value W*(i, j) might be changed; that is, where W*(g, h) # W (g, h). Finding
such an entry begins a new island of recalculation. Therefore, the procedure of
recalculation can initiate a cascade of such islands. If £ has a large number of
entries, the likelihood of new islands is increased. Itis, therefore, difficult to give a
rigorous analysis of the running time of finding the J best alignments. If £ is short,
it remains O(nm|L| + Zile M?), where M; is the length of the i-th alignment.

Including the running time for computing £ adds O(nm + Zfil L? +i)

9.10 Map Alignment

Before DNA is sequenced, it is often the case that the approximate location of
certain features are mapped on the DNA. In this book we do not discuss genetic
mapping where the approximate location of genes are determined. Sometimes the
localization is very rough — locating a gene anywhere on a specific chromosome,
for example. The locations are determined by recombination frequency. Another
type of mapping, physical mapping, is also important to molecular biology and
is discussed in Chapter 6. Here the distances between features of interest are
estimated from measurements of DNA fragments themselves, hence the name
physical map. Recall from Chapter 2 that restriction sites are small sequence-
specific patterns in the DNA at which restriction enzymes cut the DNA into two
molecules. Restriction sites are often the features mapped in a physical map.
The first genome to be mapped with an extensive physical map was the 7000+
restriction site map of E. coli. There eight restriction enzyme sites were mapped.
Although our analysis is not restricted to restriction maps, it will guide our problem
formulation, as well as give several modifications for the basic algorithm.

First we will define a map. Each map site has two characteristics, site location
and site feature name. The map A = A A, - - - A, consists of a sequence of pairs
A; = (a4, 1), where a; = the location of the ¢-th site in number of basepairs
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(5E) (6,B) (I11,LR) (I5E) (22,B) (28,R)

NI I

R

(,E) 5.E) 8B) (13,R) (158) (20,8)(228)  (27.R)
Figure 9.6: Map alignment

and r; = the feature name at the :-th site. Similarly, B = B\ B;- - B,, is a map
where B; = (bj, s;).

Before setting up a similarity measure between maps, some observations
about the character of these maps are appropriate. The transformations that
evolve macromolecular sequences have their analogues here. A site can appear
or disappear, corresponding to indels or substitutions. Although one site can be
substituted for another, this is usually thought to be an unlikely event, and sites
substitutions will not usually be included. The beginning and ends of a map might
not correspond to a restriction site even though the map is a restriction map. In
those cases we create special site names to denote beginning and end.

As emphasized above, locations are only approximate. From that reason, it is
valuable to have a similarity function that rewards for identical site alignment and
for intersite distances that are similar. If, as is natural, the similarity function were
to measure the identity of sites with the distances from the beginning of the maps,
an error in distance at one region of the map could propagate down the entire map.

Suppose the map alignment is

_ T‘ilr‘iz "'Tida

$5185 """ Sjas
where 7;, = s, . This alignment score S(M) is defined by

S(M) = v x d— pla;, — bj,|

- B X Zf:z |(a‘iz - ai:—x) - (bjt - bjt—l)l
= ul(an = ai,) = (bm = bj,)| = A X (n + m —2d),

where v, A, and p are nonnegative. In this scoring definition, each matched
(identical) pair is rewarded by v. The difference between distances between
adjacent aligned sites (¢;1, jt—1) and (i, j:) is penalized by a factor of y, as are
the discrepancies of the leftmost and rightmost aligned pairs. Also each unaligned
site is penalized by A. See Figure 9.6 for an example. To preserve the form of our
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sequence alignment algorithms, set

v ifr; = s,
—oo ifr # ;.

s(Ai, B:) = {

The algorithm we present is designed to find S(A, B), the maximum score of
all alignments between two maps.

When r; = s;, let X (4, j) be the score of the best scoring global alignment
with rightmost pair (75, s;) not including the term p|(@m — @;) — (bm — b;)|. Then

Y (i,7) = max{X(g,h) — pl(ai —ag) — (b; —=bn)| : g < i,h < jand 1y = sp}
X(4,7) = max{v — A(n + m — 2) — pla;, — b;|, Y (2,7) + v + 2A}.

In the recursions for X (4, 5), the first term v — A(n + m — 2) — pla; — b;| is
the score of an alignment with only (7, j) matched. The second term, y + v + 2,
is the score when there is at least one matched pair to the left of (7, 7). The last
step is to add back the excluded term:

S(A,B) = max{X(¢,j) — pl(an — ai) = (bm — b;)| : 1 €3 <n,1 <j<m}.

Algorithm 9.12 (Map)
input: n,m,AB u v
output: 1,7, S(A,B)

S — —plan +bm) — A(m +n)

for i1 ton

for j—~1 tom
if ri=s;
Y — —p(an +bm) — A(m +n)
for g—1 to i—1
for he1 to j—1
if rg =sp

y < max{y, X(g,h) — pul(ai — ag) — (bj — ba)[}
X(4,7) = max{v — AM(n +m — 2) — pla; — b;|,y + v + 22}
S — max{S, X(4,j) — p|(an — ai) — (bm — b;)|}.

The computational complexity of this algorithm is O(n?m?). By limiting
the number of sites between matches to «, the computation can be sped up by
changing the nested loss for g and A, so

Algorithm 9.13 (Map*)
input: n,m,A B, u, A\ v
output: 1,3 S(A,B).

S — —p(an +bm) — A(m +n)

for i—1 ton
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(5.E) (6.B) (1LLR) (15,F) (22,B) (28,R)

L

| o

QE (G.E (8B (3R (158 (208228 QTR
Figure 9.7: Multiple matching

for j—1 tom
if r;=s;
g — —pan +bm) = A(m+n)
for g—max{l,i—a} to i—1
for he—max{l,j—a} to j—1
if rg = s
y — max{y, X(g, h) — p|(a: — ag) — (b; — bx)|}
X(1,7) — max{v — A(n+m —2) — pla; — bj|,y + v+ 2}
S = max(8, X(i,5) — ul(an — a:) — (bm — b;)I} .

Evidently, this algorithm could be modified to produce local map alignments,
or any of the other sequence alignment algorithms presented earlier. Instead we
turn to an aspect of alignment particular to map alignment. It arises from one
method of constructing restriction maps. The DNA is end labeled, and with
partial digestion of an enzyme, the distances to the cut sites measured on a gel.
Recall that the migration of DNA on a gel under an electric field is not too precise.
Sometimes closely spaced sites will have associated DNAs that appear as one
band in the resulting gel. Therefore, the map pair A; = (a;,r;) might actually
represent several sites (a®,7®) such that the differences between a’s are small.
This introduces the notation of multiple matching of sites which is easily added
to the algorithm. See Figure 9.7 for alignment with multiple matching.

Algorithm 9.14 (Multiple Match)
input: n,m,A/B,u, A\ v
output: 1,7, S5(A,B)

S — —p(an +bm) —A(m +n)
for i—1 ton
for <1 to m

if ri=s;
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¥ = =plan +bm) = A(m + )
for g — max{l,i—a} to i—1
for h —max{l,j —a} to j—1
if rg = s
y — max{y, X(g,h) — pl|(a: — ag) — (b — bn)[}
X(i,7) — max{vr — A(n +m — 2) — pla; — bj|,y + v + 22}

X(imj— l)
L - —n(sj = sj-1),
X(3,7) «— max < X(z,7), X + max X(i—1.7)
—p(ri —ric1)

S — max{S, X (i, §) — pl(an — a:) — (bm — b;)|}

9.11 Parametric Sequence Comparisons

One of the greatest difficulties in applying dynamic programming sequence com-
parison algorithms to biology is the choice of algorithm penalty parameters. In
some cases, small changes in amino acid weights or in the indel function create
large changes in the resulting alignments. In other cases, the alignments are very
robust to changes in the algorithm parameters. There is no one set of “correct”
parameters: Parameters that will find significant matches of one statistical quality
for one pair of sequences are not useful for another type of matching. It is of
interest, therefore, to consider sequence comparison for a large set of parameter
values. Ideally, we would like to compute optimal alignments for all possible
parameter values. At first glance, this would seem to require an infinite number
of sequence comparisons, and, therefore, appears to be a completely unrealistic
goal. In this section, we describe an algorithm to do this.

The general setting of these problems is a linear score function for a d-
dimensional parameter space

d
S(A) =ko+ Y _kiki,
1=1
where (ko, k1, . .., kq) is a function of the alignment A(a, b) of two sequences a

and b and A € ([0, 00))<.

Proposition 9.2 The score S(A) = max{S(A) : A is an alignment of a,b} is a
continuous, concave, piecewise linear function of \.

Proof. The function
d
S()) = max {ko + Z k:Xi : ki, ..., kq determined from A(a, b)}
=1

has these properties because there are a finite number of alignments. ]
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We will restrict ourselves to one- and two-dimensional parameter systems.
Our approach to parametric alignment is to discover the piecewise linear “pieces”
or regions of the function S(\), and therefore we will be able to find the function in
finite time. Before we present an algorithm, it is interesting to study which regions
there are. For notational convenience, we use the parameters u (for mismatch)
and ¢ (for indel) as earlier in the chapter. There are two results, one for global
alignment and one for local alignment.

Theorem 9.15 For global alignment, lines forming a boundary between two
regions have the form 6 = ¢+ (¢ + 1/2)u for some ¢ > —1/2.

Proof. Global alignments with w identities, z mismatches, and y indels (one letter
each) have score w — ux — 6y and satisfy 2w + 2z +y = n+m (by Theorem 9.11).
Rewriting the last equation,

+ +l _n+m
wrETaYE Ty
or 1 n
n m
—(=Dzx — 2y =
w— (-l Y 7

Therefore, every alignment plane w — pz — 6y meets at (u,8) = (—1,1/2).
Clearly, every boundary or intersection of alignment planes also pass through
(—=1,—1/2). Let § = ¢ + bu be such a boundary line. We have —1/2=c—1xb
orb=c+1/2andé = c+(c+1/2)u. Because we want (11, 6) in [0, 00) X [0, 00),
¢+ 1/2 > Qs required. ]

Proposition 9.3 There are at most n + 1 regions in global alignment.

Proof. Note that whenever p > 26, there will be no mismatches in an optimal
alignment and optimal alignments are fixed on the lines {(, 6) : & > 26}. There-
fore no optimal alignment boundary intersects the i axis. Hence all boundaries
intersect the positive § axis. With u = 0, the equations of the lines are w; — y;6
as we move up the § axis from § = 0. When §; < 6,1,

w; — Yibi > Wit1 — Yiq10;

and
Wi — Yibit1 < Wit1 — Yi+10i41,

it is easy to show that w; > w;4) and y; > yiq1.

Clearly, the w; can only take on min{n,m} + 1 distinct values, 0,1,...,
min{n, m}. n
The number of regions can be shown to be O(n%/?) with some more work. There
is a corresponding result for local alignment.

Proposition 9.4 There are at most O(n?) regions in local alignment.
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Proof. Let a local alignment have w identities,  mismatches, and y indels.
Then 2w + 2z +y < n + m. If two local alignments have (w,z,y;) and
(w, z,y2), respectively, and y; < y», then alignment 1 dominates alignment 2 for
all (,6) € [0, 00)2. Therefore, no two optimal regions have (w;, z;) = (w;, ;)
and there are O(n?) regions. n

9.11.1 One-Dimension Parameter Sets

First, we present an elementary case of the local alignment algorithm. Let a =
aja- - an and b = b1by---b,, be the sequences we compare. The score of
aligning letters a and b is s(a,b) = 1if a = b and s(a,b) = —p if a # b. The
penalty w(k) for deletion or insertion of k letters is given by w(k) = k. This is
a special case of w(k) = a + Bk. The local algorithm proceeds recursively by
finding the best score H;; ending at a; and b; by the equation

Hij = max{Hi_l,j_l + s(ai,bj);Hi_l,j -6 Hi,j—] - 6;0}. 9.5)

The algorithm is initialized by Hy ; = H; o for0 <i < n,0< j < m. The
score for a aligned with b is, of course,

H = H(a,b) =max H, ;. (9.6)
i

To further simplify this algorithm, take p = 24 so that the alignment score
is a function of one parameter, A = §. We emphasize the dependence on the
parameter by writing H = H(A). Recalling Proposition 9.2 above:

Proposition 9.5 H(\) is decreasing, piecewise linear and concave. The right-
most linear segment of H()\) is constant.

Recall that Equation (9.5) allows us to find H(6) for any fixed 6. A brief
sketch of the algorithm is given next. It is easy to find H(0) and H(oo). The
line segment through (0o, H(00)) is easy to find, because H(co) = length of
longest exact match between a and b. As many alignment lines often satisfy
H(0) = H(0) — s-0, it is necessary to choose the one with the minimum score s,
because that determines the optimal alignment just to the right of 0. An algorithm
to find the minimum s is given below. Thus, we find the leftmost and rightmost
segments of H(4),0 < § < oo. If their intersection (z, y) satisfies H(z) = y, we
know the entire function H(§). Otherwise, H(z) > y. Computing H(z) allows
us to find all lines through (z, H(z)). Below, we show how to find the line that
dominates, to the left, all these lines. It is part of the final solution H(6). We
continue intersections with our line containing (0, H(0)) until we have found the
line segment L; of H thatintersects at (z;, H(x)) with that containing (0, H(0)).
Then we take (z;, H(z;)) and Ly, the line segment of H found just before Ly,
and repeat the procedure.
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Figure 9.8: Alignment lines

The parametric algorithm then depends on our ability to find which alignment
line through (z, H(x)) is optimal to the left (or right) of z. To illustrate the
problem, Figure 9.8 shows all alignment lines optimal at one or more A € [0, 00).
There are multiple lines with H(0) = 6 and the multiple lines with H(1) = 3.
To chose the line dominant for A > 0, we introduce the idea of infinitesimal e.
Here, think of € > 0 as a small number, so small that any finite multiple remains
smaller than any number that occurs in the algorithms described earlier. Our new
numbers will have the form u + ve, where u,v € R. The idea, for example, is
that we will run the algorithm for A = € and find the line maximizing all those
through (0, H(0)).

Before explicitly describing the infinitesimal version of the local algorithm,
it is necessary to define a lexographic linear order on the numbers u + ve. Let
Ty = uy +vie and ¥y = up + vpe. If up > wy, then g > y,. fu; = u,
and v; > vy, then z; > y,. Of course, if u; = wy and v; = v;, then z; = y,.
Thus, the new numbers are linearly ordered. Also, addition is easily defined
z1 + 1 = (w1 +up) + (v + v2)e. Of course, —z; = (—uy) + (—v;)e.

For § = u + ve, the algorithm of Equations (9.5) and (9.6) can be used to
compute H = H(§). It is clear that the algorithm is well defined: Only addition,
subtraction, and maximums are involved. This algorithm will be referred to as the
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Table 9.8: H(1 —¢)

infinitesimal algorithm. Note that € is never specified and that in this sense this is
symbolic computation. As the order on infinitesimals is consistent with the order
on reals, it is easy to show that if H(u + ve) = a + be, then H(u) = a. In this
way, the usual algorithm is a special case of the infinitesimal algorithm.

Figure 9.8 shows several alignment lines through (0, H(0)) for a = TGC-
CGTG and b = CTGTCGCTGCACG. Notice that if we move just to the right of
0 =0,t06 = € = 0+ l¢, we can find the optimal line. The idea then is to run the
algorithm for H with the penalty set slightly larger than 0, that is at § = €. The
values of H; ;(6) = u + ve,and at § = 0, H,; = u. Just as it is routine to run the
new algorithm, H(§) = H(e) = max 1gign H;;(6) is easily calculated. For the

i<m

sequences in Figure 9.8, H(€) = 6 — 3e. The infinitesimal algorithm for H and
the scalar algorithm for H are consistent as can be seen by calculating H(0) = 6
by the scalar algorithm.

For (1, H(1)) we see there are four competing lines. To choose the dominant
line to the left, we calculate H(1 — €). The matrix is shown as Table 9.8 where
H(1—€) = a+beisrepresented by the pair (a, b). Thus, the four cells with (3, b)
correspond to the four lines. The maximal line is (3,3) = 3r + 3¢, dominating
(3,1) =3+¢,(3,0)=3,and (3,2) = 3 + 2e.
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f/ f{

Figure 9.9: Determining convex polygons: f =r — sy — té.

9.11.2 Into Two-Dimensions

Next we face the task of finding all alignment scores for the two-dimensional
(1, 6) parameter space. In the one-dimension parameter space, (u, 8, H(8)) is
a piecewise linear, convex function, whereas in the two-dimensional parameter
space H(u,6) is a convex surface in three-space. Recall that an alignment score
satisfies

S(A) =r —su—td, 9.7

where 7 = number of identities, s = number of mismatches, and ¢ = number
of indels. The function f(u,8) = r — spu — t6 is referred to as an alignment
hyperplane. The simplicity of our one-dimensional algorithm does not carry over
here due to the increase in dimension. It is necessary to introduce another order
of infinitesimal and to impose a linear order on our new numbers. Then we derive
a technique to find the unique optimal alignment hyperplane adjacent (to the left
or right) of any infinitesimal vector from a given point (x, §). This algorithm is
the basis of our method to find all convex polyhedron in (u, §)-space where the
interior has a unique optimal alignment hyperplane.

First, we extend our numbers to include two orders of infinitesimals, €; and
€. Letz = u; + vi€; + wye; and y = uy + vy€; + wy€ey. If uy > wy, then
z > y. Ifu; = uy and v; > vy, then z > y. Of course, if u; = uy, v; = vy, and
w) = wy, then x = y. As before, any finite multiple of €; cannot exceed 1, and
any finite multiple of €, cannot exceed €. Addition and subtraction are defined
in the obvious way.

Our basic algorithm finds the unique optimal alignment hyperplane in the
direction (a, b) from (u,§). Although the surface is in three-space, we are in
the two-dimensional parameter space. We are allowing a point to represent the
vector from (0, 0) to that point. It is possible that the (a, b) direction coincides
with an intersection of optimal alignment hyperplanes. To assure uniqueness, we
must move a small distance, perpendicular to (a, b), that is in direction (—b, a)
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tgc
tgtcg
tgc
tgccg
2
tgtcgetg tgcacg
tgccg-tg tgc-cg
tgtcge-tg
tg-c-cgtg
0
0 1 M

Figure 9.10: Local alignment regions for CTGTCGCTGCACG vs. TGCCGTG

or (b, —a). The direction (a, b) is of length €,v/a* + b?, whereas the directions
(=b,a) or (b, —a) are of length €;v/a? + b%. Therefore, the parameters are

(/L*, 6*) = (/1’7 6) + €l(a'a b) + 62(—b7 a) (98)

or
(", 6%) = (1,6) + €1(a, b) + €2(b, —a).

See Figure 9.9 for a graphical representation of the parameters.

In order to find the convex polygons of constant alignment hyperplane in
[0, 00] % [0, 00], think of the parameter space as a rectangle with four edges and
four vertices. Begin at a vertex V;, (0, 0) or (oo, 00), say. From Vp, use the basic
two-dimensional algorithm along the line L in the counterclockwise direction
(say). Initially L is the line from (0,0) to (00,0). The algorithm can find the
alignment hyperplane fo(u,6) = ro — sop — tod immediately adjacent to Vp in
this direction. The goal is to trace out the convex polyhedron in (u, §) associated
with this hyperplane, with vertex edge labels: (Vy,e0, Vi,€1,...,V, = Vo). By
a method similar to the one-dimensional algorithm, it is easy to find the vertex
V1 of the first corner point on line L. To find edge e;, determine the alignment
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-tgceg-tg----
ctgtcgcetgcecacg

-tgc-cg-tg----
ctg-tcgectgeacy

Figure 9.11: Global alignment regions

hyperplane f; adjacent to the line beyond V; on L. The intersection ! = fo N f,
which is a line, has optimal alignment hyperplane f, immediately adjacent and
counterclockwise. If f, = fo, then [ is the equation of the line containing the edge
e;. Otherwise, intersect fy and f,, repeating the process until the intersection
contains e;. The process is repeated along e; and continued until V,, = V4.
Figure 9.9 illustrates this process.

Having traced out the vertices and edges of one of the convex polygons of
constant alignment hyperplane, it can be removed from [0, c0]?. The procedure
is repeated at a vertex on the boundary of the remaining figure, until all convex
polygons have been characterized.

To extend our methods to higher-dimensional parameter spaces is, of course,
possible. For k-dimensional parameter spaces, we need € = (€, €,...,€x),
where €x < € < --- < €. It is routine to describe the relevant vectors that
generalize (9.8). It is necessary to have 1-,2-,.. ., (k — 1)-dimensional algorithms
at hand to obtain the k-dimension algorithm.

In Figure 9.10, the local alignment regions are given for two sequences, and
in Figure 9.11, the global alignment regions are given.
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Problems
Problem 9.1 Leta =aja;---a, andb = b1by---b,, with 1 < n < m. Count
the alignments of length m.

Problem 9.2 Leta = ayay---a, andb = b1by-- - b,, with 1 < n < m. Count
the alignments of length m + 2.

2 () () =)

Problem 9.4 Find the global similarity alignment of a = CAGTATCGCA andb =
AAGTTAGCAG with s(z,y) = +1ifz =y, —1lifzx #y,and § = 1.

Problem 9.3 Prove that

Problem 9.5 In scoring global similarity alignments, reward runs of k£ matches
by a function h(k) = n + £k [in addition to the sum of the match weights s(a, b)].
Generalize the algorithm of Theorem 9.8.

Problem 9.6 Find all global alignments that score within 1 of the optimal for the
sequences in the previous problem.

Problem 9.7 Let p = (p;, p2) be a point in the plane and £ be a line in the plane.
Define the distance between p and £: D(p, £) = min{+/(p1 — z)? + (p2 — y)* :
(z,y) € £}. Now let A be an alignment of a = a;---a, and b = b; - - by,
defined by the set of aligned pairs (i, jx), 1 < k < K. For the diagonal line D =
{(i,3) : 1 <1 < n}, give an efficient algorithm for dp = max{D((ix, jk), D) :
1<k <K}

Problem 9.8 Find the sum of the similarity scores of all alignments of a =
ajay---a, and b = byb; - -- by, where s(a,b) is the similarity function and
indels are weighted g(k) = 6k.

Problem 9.9 Let h(k) = min{(3, (9(1:))7)""" : ;L = k,0 < I < k},
where p > 1 and g > 0. Show h is subadditive.

Problem 9.10 Define f(I) = f(l + k) — f(k). Show that f; is subadditive for
all k if and only if f is concave.

Problem 9.11 When § is formed from ¢ in Section 9.3.1, we can view this as a
mapping ¥(g) = §. Show ¥?(g) = 9(g) [that s, () = g].

Problem 9.12 Fit a =ATTGAC into b =CAGTATCGCA with s(z,y) = +1 if
z=y,~1lifx#y,and § = 1.
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Problem 9.13 Generalize the algorithm for fitting one sequence into another to
the case g(k) = a + 3(k — 1).

Problem 9.14 Find the best local alignment of a = CAGTATCGCA and b =
AAGTTAGCAG with s(z,y) = +1ifz =y, —1 ifx # y and § = 1. Declump
and find the second best local alignment.

Problem 9.15 Generalize Algorithm 9.4 (Repeat) to the case g(k) = a+3(k—1).

Problem 9.16 Algorithm 9.4 (Repeat) finds repeats within a sequence. If tandem
repeats exist, describe an algorithm that declumps all other matches of the “repeat
unit” with itself.

Problem 9.17 Generalize the linear space Algorithm 9.9 (SL.) to the indel function
g9(k) = a + B(k — 1). Prove your algorithm is correct.

Problem 9.18 Generalize Algorithm 9.12 (Map) to local map alignment.

Problem 9.19 For global alignments with s(z,z) = 1,s(x,y) = —p, (z # y)
and g(k) = a + Bk, show that any line forming a boundary between three or
more regions has the form p = ¢+ (¢ + 1/2)p, @ = d + dp. Hint: Consider
(/"”a7ﬂ) = (—1505_1/2)'

Problem 9.20 For global alignment with single letter indels penalized by 8, gen-
eralize the algorithm to allow free insertion of “T” into the sequence a. For
example, if a =AGA and b =ATTGTA, the score S(a,b) = 3 [if s(z,z) = 1].

Problem 9.21 Find the best local alignment of DNA sequence a = aja; - - a,
with a protein sequence b = b1b; - - - b,,,, where 0 p is the cost of deleting a letter
from a, d is the cost of deleting a letter from b, and triplets zyz of a are aligned
to single letters ¢ of b by score s(g(zyz), q), where g is the genetic code. Also,
s(g(ai1aias3), q) = —oo unless |iz — 4| < 3.



Chapter 10

Multiple Sequence Alignment

Sequence relationships are usually not restricted to those between two sequences.
Rather, they extend to relatedness among a family of sequences. This quite nat-
urally leads us to the study of the alignment of r sequences, where r > 2. To
motivate this class of problems, we discuss a recently cloned gene that is defective
in the childhood disease cystic fibrosis. Then, we study in Section 10.2 natural ex-
tensions of our dynamic programming algorithms to 7 sequences. In Section 10.3,
information from pairwise alignments is utilized to reduce the computation nec-
essary in Section 10.2. In Section 10.3, we give a method of approaching multiple
alignment by pairwise alignments. The widely used search method of profiles is
closely related to these ideas. In Section 10.6, a method not based on dynamic
programming is presented for multiple sequence analysis.

10.1 The Cystic Fibrosis Gene

Cystic fibrosis (CF) is one of the most common genetic diseases in Caucasian
populations. The disease occurs in 1 of 2000 live births and it is estimated that
about 1 out of 20 Caucasians carry a defective gene. The disease is recessive,
which means both chromosomes must be defective for the defect to result in
the disease. The major symptoms of cystic fibrosis include chronic pulmonary
disease and an increase in sweat electrolytes. The disease affects the lung airways,
pancreas, and sweat glands. There are no effective known treatments and most
CF children die by their twenties.

Genetic linkage mapping assigned the cystic fibrosis gene locus to the long arm
of chromosome 7 in the mid-1980s. Both physical and genetic mapping further
isolated the location of the CF locus. Many person-years of laboratory work
went into mapping, cloning, and sequencing before, in 1989, the cystic fibrosis
defective gene sequence was announced. The scientists who search for disease
genes have been called gene hunters. The 1989 discovery was made by a group
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led by one of the leaders of this field, Francis Collins. We should mention that CF
is a complex disease and that this gene defect, although the major defective allele,
is not the only cause of CF.

The situation then is that experimentalists produced a gene sequence of ap-
proximately 6500 bps in length, which corresponds to an amino acid sequence
of 1480 residues. the defective gene has a deletion of 3 bps that results in the
deletion of a Phe residue in the amino acid sequence. Using the sequence alone
and no additional knowledge of the protein, the experimentalists were able to
classify the protein and to make useful biological hypotheses that led to important
experiments. Here, we apply several of the tools we developed in the last chapter
to the cystic fibrosis sequence which will motivate multiple sequence alignment.

For reasons we will soon discover, the cystic fibrosis sequence is known as
CFIR. The unusual length of CFTR leads us to look for long repeats because
this is a frequent mode of protein evolution. Because we are studying protein
sequences, the simple s(z, y) we have used in Chapter 8 are no longer adequate.
A popular scoring scheme s(z, y) for protein comparisons is the famous Dayhoff
PAM matrix. We will use the PAM 120 matrix and g(k) = 13k. Using these
parameters, we apply algorithm repeats to CFTR and find two long repeated
regions, Ry for the one beginning at position nearer the N terminus and R for
the one beginning at position nearer the C terminus. This repeat will be very
useful to us as we examine the results of a database search.

CYSTIC FIBROSIS TRANSMEMBRANE(3)
MULTIDRUG RESISTANCE PROTEIN
HETEROCYST DIFFERENTIATION PROTEIN
MULTIDRUG RESISTANCE PROTEIN
MATING FACTOR A SECRETION PROTEIN
CYAB PROTEIN

PROBABLE ATP-BINDING TRANSPORT
MULTIDGRUG RESISTANCE PROTEIN (5)
HAEMOLY SIN SECRETION PROTEIN (2)
MULTIDRUG RESISTANCE PROTEIN (2)
LEUKOTOXIN SECRETION PROTEIN (2)
HAEMOLYSIN SECRETION PROTEIN (2)
PROTEASES SECRETION PROTEIN PROTEIN
BETA-(1 — 2) GLUCAN EXPORT PROTEIN
COLICIN V SECRETION PROTEIN

Table 10.1: Top 25 scoring sequences

Next, with the above parameters, we search the protein database with the
algorithm local. A number of very high scoring matching segments are found.
In Table 10.1, we show the names of the top 25 scoring sequences. Duplicates
are from different organisms. The three CFTR sequences were, of course, not
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Figure 10.1: Local alignments to Ry and R¢

available to the Collins group, but their search had similar results. The search
has highlighted similarities to a family of related ATP binding proteins that were
already discovered and studied. Recall that ATP provides energy to the cell
for many reactions. The proteins of the family are associated with a variety
of biological activities in both prokaryotics and eukaryotes. Most of them are
involved in the transport of small hydrophilic molecules across cell membranes.
The family is defined by a conserved domain of about 200 amino acids that
includes an ATP binding site. In Figure 10.1, we show an alignment of the repeat
and of selected sequences from other highly similar sequences. These other
sequences align best to Ry or R¢. This tells us that Ry and R¢ comprise two
ATP binding sites in CFTR. It is now clear why CFTR has the name cystic fibrosis
transmembrane conductance regulator.

We have learned a great deal of biology by starting with an unknown sequence
and making a database search. If CFTR had had similarity with only one of the
members of this family, or if the similarity had not been to the ATP binding sites,
then these powerful conclusions could not have been so easily drawn. Still, some
troubling analytical questions can be asked of our alignment. Essentially, we have
aligned r sequences by taking one sequence and performing r — 1 local alignments.
What if these local alignments were scattered along the initial sequence? Even
with the current alignment, if we started from another member of the family, would
we obtain the same alignment? Would some changes result in a better “overall”
alignment? These difficult questions motivate this chapter.
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10.2 Dynamic Programming in r-Dimensions

Suppose we have r sequences

a] = apan - Ainy,
ay = a21422 " A2py,

ar = Ar1Qr2 - Qrp,.-

In the next three sections we will study distance alignment. It is necessary to have
a function

p:{AU{~}} —R.

A simple extension of our earlier dynamic programming algorithms suffices to
find the minimum distance between the r sequences. An alignment A is obtained
by inserting —’s into the sequence and obtaining a configuration

* * *
a8y -0y,

* *
Qr @y .a’I"L
and

D(a),ay,...,a,) = mgan(aTi,a;-, c ).

Define
Di,]‘,,_,[ = D(a” cee@14,Q21 .0 Q255 - Q] - .aT[).

Then, exactly the same logic as in the two sequence case gives

D;; 1= H;Z([)l {Dicejme,.i—e, +pl€1 - Q15 €2 - Q255 €7 - ar))},
€
where €; € {0,1} and

coa= a ife=1,
Tl —ife=0.

Note that the algorithm requires prohibitive time - O (2" []7_, n;) = O(n"2")
—and space - O ([Ti_, n:) = O(n"). These pratical considerations of solving
real problems in reasonable time and space motivate this chapter.

There are several methods to construct p. Assume a pairwise distance d on A
is given. One appealing idea is to chose the “closest letter” to the existing one:

plar,ay, ..., a, —mmZdal,

The minimizing ¢ is analogous to a “center of gravity” letter.



Multiple Sequence Alignment 237

10.2.1 Reducing the Volume

The objective function presented in Section 10.2 was the minimum sum of

play, az,...,a,) for aligned letters. It was suggested that the function p could be
constructed from d(-, -) by

T

plai,ay,...,ar) :ortnelg d(a;,a).

=1

This essentially chooses a minimum of the sum of mutation distances of each letter
from a “common ancestor.” This is far from the only way to evaluate optimal
alignments, and we explore another scoring scheme next.

Define, for an alignment A,

* % * L .n*
ay =ay 812" a4 1>
K oo K * ok
a; = 0A31877 "0y 1,

* * * e
a, = ar,lar,Z ar,L'

The sum of pairs (SP) score for alignment A is

L
Ca) =) (E d(ai-‘,z,a}iz))

i<y \l=l

=D ClAy).

1<J

Whereas C(A) is defined as the sum of the implied pairwise alignment scores of
A, C(Ay;) is the score of the individual ¢-j alignment. Assume B is an optimal
SP-alignment with C(B) = min4 C'(A). We require a number C" satisfying

C' > C(B).

Then
C'>C(B) =) C(Bi;)
1<)
=C(B:y) + Y, C(Bij)

i<j
ij#TY

E D(a;,a;) + C(B,,y)
i<j
ijFxyY

vV

S D(as, ;) + (C(Bey) — D(as, ay).

1<
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Therefore,

C' - D(ai,a;) | > C(B.,) — D(a,,a,). (10.1)
1<J
This equation provides a bound on the pairwise score C(B,,, ).

The constant C' can be found by any greedy method to construct multiple
alignments from pairwise alignments. The most simple such method fixes the
alignment of the pair of sequences ¢-7 with minimum distance. Of the remaining
pairs (not ¢-7), the minimum distance pairwise alignment is fixed. If each member
of the pair is already in a fixed alignment, then the new fixed alignment joins those
two aligned groups. This seldom produces an optimal alignment but the resulting
multiple alignment score C’ is an upper bound.

This puts an upper bound on the score of the path of the SP-alignment projec-
tion onto the z-y sequences. How might we utilize the bound of Equation (10.1)?
Our methods can easily compute the best score of any alignment passing through

(@zi, @y 5):

Best(z,4;y,5) = D(ag,1 - -Gz iz1,ay,1 - Qy,j—1) + d(azi,ay,5)

+ D(azn, - “Qz,i+1,Qy,n, " @y, j41)-

For each of the (}) faces of the matrix, say the z-y face, find all (i, ) [that is,

(z,17) and (y, 7)] such that

C,— Dai,a-)> Best(z,z,y,])—D Azl "0z 4,y 1" QA )
3/ = s ) Y, Y7
1<J

This will give a band of (z,i), (y,7) in that face. When all these () face
restrictions are considered, the path through the r-dimensional matrix must lie in
the intersection. This gives a substantial reduction of the r-dimensional volume
to be computed.

10.3 Weighted-Average Sequences

We now look at the geometry of multiple sequence comparisons. These geometries
are referred to as line geometries because any two points (sequences) can be
joined by a straight line in the metric space. This geometry has some highly
non-Euclidean properties and is not currently well understood. In the geometry
of geodesics, spaces such as we study are referred to as “straight.” We discuss the
problems of aligning several sequences with these techniques. A useful application
is a method for aligning two sets of sequences, each set of which has already been
aligned. Although there does not seem to be much hope for optimal alignment of
sequences of unknown relationship, if the r sequences are related by a binary tree,
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they can be aligned in O(rn?) steps by a heuristic method naturally suggested by
the geometry.

For our purposes, a new but simple concept of sequence is required along
with a specific family of metrics on the letters of the sequence. First, if the
original sequences are finite words over an alphabet A, define a weighted-average
sequence to be a finite sequence a = a;a; - - - an, Where each a; has the form
a; = (po, p1,D2, . - .) where p; > 0 and

Zl’i =1

i>0

If p; corresponds to the proportion of the ith element of A and py to the proportion
of —, itis then easy to convert a usual sequence into a weighted-average sequence
by taking a statistical summary of the letters aligned at a given position. The
letter — is thought of as a space, indicating a deletion in the sequence in which
it appears or an insertion in the opposite sequence. It is much more difficult to
handle multiple gaps and, here, we just look position by position.

There are many possible methods to compare two letters a = (po, p1, - - .) and
b= (g0, q,--.). Here, we simply compute

1/a
d(av b) = Z wi|pi - qi|a )

i>0

where w; are weighting factors and a > 1 is a constant. It is well known that d is
a metric on our set of letters.

To compute the global distance D(a, b) between two weighted-average se-
quences, the usual dynamic programming algorithm is employed. Here a =
ajay---apandb =byiby---b,,. If

Di; = D(ar---a;,b1-- - bj),
Doj = D(—,b1---bj),

Dio = D(ay -+ ai, =),

Dy =0,

then
Di,j = min{Di_l,]- + d(ai, ")7Di——l,j—l + d(a,‘,bj),Di,j_l + d(——,bj)}.

Throughout, — = (1,0, - - ) when used as a letter and — = — — - - - when used as
a sequence. Of course, D, » = D(a,b).

For an optimal alignment of a and b define ¢(A) = Aa & (1 — A)b, where
ci{A) = Aa} + (1 — A)b} and the last “+” sign is a simple vector addition. In
case A = 3, c (1) is an equal weighting of a} and b} from an optimal alignment
of a and b, and more can be shown in this direction. Theorem 10.1 states that the

resulting metric space is a line geometry.
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Theorem 10.1 Let
c(A) =Xaas (1 -A)b.

Then
D(a,b) = D[a,c())] + D[b,c())]

and
D(a,c())) = ((1 = A\)D(a,b)).

Proof. Recall that a] and b} are aligned in the optimal alignment of a and b.

L
D[av C(’\)] < Z d[afv Ci(/\)
i=1
L
= > [Swilp; — [ps + (1= N)gy]|*)e
=1

L
= (1-X)) d(a;,b}) = (1-\)D(a,b).
=1
In the same manner, D[c(\),b] < AD(a,b) and D[a,c())] + Dlc(}A),b] <
D(a,b). The triangle inequality implies each of the inequalities are equalities. m

Corollary 10.1 Let c()) be defined by the same optimal alignment of a and b for
all X. Then
D[C()\]),C()\z)] = I/\l - /\2|D(av b)

Proof. First note that if A; > A,,

and
D(c(A1), (X)) + D(c(A2),b) > D(c(A1), b).

Therefore,

D(c(A1),c(X)) > D(c(A\r),b) — D(e(A2), b) = (A — X2)D(a, b).

Also, because c¢(A;) and c(\;) are defined by the same optimal a-b alignment,

L
D(c(A), Z ),¢i(M2)) = (A1 — A2)D(a, b). n
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The theorem implies that a weighted-average sequence can be found to repre-
sent any point on the line between two sequences. Although the converse of the
theorem is not true, it has a coordinate by coordinate version.

Theorem 10.2 Ifc satisfies D(a,c) + D(c,b) = D(a,b), then each ¢c; = \;a} +
(1 — X;)b* for some optimal alignment of a and b.

Proof. By inserting i into optimal a, ¢ and c, b alignments, the alignments can
be assumed to be of equal length:

afal---ai,
cies---ch,
ciey...cr,
by ...b7.
Because D(a,b) = D(a,c) + D(c,b), the implied a, b alignment is optimal.
Moreover, d(a;, b;) = d(a},c}) + d(c}, b}) and the result follows. =

At this point it might be conjectured that the geometry for more than two
sequences immediately follows. Unfortunately, the geometrical properties of
even three sequences is far from simple. Let a;, a; and a3, be given sequences
and define b(A) = Xa; @ (1 — A)az and c(\) = Aa; @ (1 — A)a; for A € [0, 1].
Now

D(b(1),c(1)) =0

and
D(b(0),¢(0)) = D(az, a3),
and if aj,a, and a3 formed a triangle on the plane, D(b(}), ( )) =(1-
A)D(az,a3) would hold. This equation may only hold at A = 0,1. See Fig-
ure 10.2.
a
b(»)
c(A)
a aj

Figure 10.2: D(b(}),c(A)) > (1 — A)D(az,a3)

If all sequences are of equal length and the deletion weight is large enough,
then the i-th column in any alignment is composed of the i-th members of the
original sequences. In this extreme case, the resulting line geometry is Euclidean.
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We now turn to consideration of algorithms for 7 sequences where r > 3.
These ideas do not seem to suggest practical methods for aligning r sequences
of unknown relationship. However, the problem of aligning r sequences, when
a binary tree relating the sequences is assumed, does have a practical heuristic
solution. We turn first to a simple but important problem.

10.3.1 Aligning Alignments

Suppose two sets of sequences aj, az, . . ., a; and by, by, . .., b; have been aligned
by some method. Each such alignment can be easily made into a weighted-average
sequence a, and b,. The metric, D(-, -), can be applied to align these alignments.
Note that Aa, @ (1 — A)b. can be formed from any alignment which gives
D(a,, b,) but that the number of sequences involved, k& and /, do not contribute
to the complexity of computing D(a., b..).

10.3.2 Center of Gravity Sequences

Consider three sequences a;,a;, and az. Let them be related by a tree in Fig-
ure 10.3(a) where a; and a; are nearest neighbors. Thus, e; = %al &b %az occupies
the midpoint of a line between a; and a,. If all distances had the properties of
Euclidean geometry, the center of gravity is a point on a line from the midpoint
e; to a3, two-thirds of the length from a3, and one-third from e;. Therefore, the
desired sequence is e3 = %a3 @ %[ez]. This algorithm generalizes to r sequences.
Other weightings can be used.

(a) () ()

Figure 10.3: (a) Three sequences (b) a| and a, replaced by e; = %ax ® %azand
(c)es = Lta; & Ze;

10.4 Profile Analysis

Section (10.3) contained three very practical ideas. First of all, in the setup was
the idea of taking all the data in an multiple alignment position and summarizing
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that information in a sequence of probability vectors. To be explicit, take the
multiple alignment A

R R *
a) = anap---ayp,

— * * *
a2 = an Ay Ay,

ok ok
Ar = Ay Gy Arr,

and set

pu =y Hal=1}/r
1=1

= TL]'I/T,

forl € Aand 1 < j < L. Itis, of course, possible to weight individual
sequences in this definition just as in Section 10.3.2. If p; = (pjo0,p;1,- - .), then
the alignment A produces the weighted-average sequence pip; - - - pr. Here, we
have slightly abused notation and taken A = {0,1,...} where 0 = “~.” The
second idea of the previous section was that if there is a distance or similarity
function on a = (po,p1,...) and b = (go,qi1,.-..), d(a,b) or s(a,b), then the
various dynamic programming algorithms for two sequences can be applied to
multiple alignment. Finally, if the sequences are related by a tree, pairwise
alignment algorithms can be applied to produce a multiple alignment.

In this section, we describe one of the most fruitful implementation of these
ideas that has become known as profile analysis. In profile analysis, the goal is
to use a multiple alignment of a family of related sequences to search a database
for more examples of the family. To be successful, the method should find
more examples of the family with fewer false positives than a search with any
individual member of the alignment. Although these simple methods have the
obvious drawbacks of loss of some of the information that is in the alignment,
they have proved quite useful.

Next, we describe how to align the profile P = pp; - - - pz, and the sequence
b = b, - by, where p; = (po;,P1;,-..). We assume a similarity s defined on
A?. The similarity § of letter b at position j can be defined by

3(pj,b) = Z s(l,0)p;
leA

which is just the expectation of s(A,b) under p;. Log-likelihood weighting is
also popular where

3(pj,b) = — Y s(l,b) log(max{py,;, A}),
leA
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where A > 0 might be chosen as 1/ to prevent log(0). Obviously, nothing is to
prevent an even larger range of variations on this simple theme.

The discussion of §(p, b) does not include deletions and insertions. Certain
positions of the profile might be much more essential than others so that we
naturally consider position-dependent indel weighting, at least for the profile
sequence. Define the sequence indel functions by

Gseq(k) =+ B(k - 1)

and the profile indel functions by penalty of —; for initiating an indel at p; and
a penalty of —§; for extending an indel through p;. See Section 9.3.2.

To be specific, we chose the dynamic programming algorithm that finds the
best (similarity) fit of the profile P into the sequence b = byb; - - - b,,,. We describe
the adaptation of the algorithm in Section 9.5 to solve this problem. Recall that
we initialize by Tp; = 0, 0 < j <mand T; 0 = gpro(t) = 71 + 2=, 0. Then

Ei,j = max{Ti,j_l — &, Ei,j—l — ﬁ},
F,; = max{Ti—1; — Vi, Fic1; — 6i},

and
T, ; = max{Ti_i ;-1 + 8(pi, b;), Ei ;, Fi ;}.
This gives the best alignment with score
T(P,b)=max{Tr ;: 1<j<m}

for position-dependent gaps in both the profile and sequence. If local or global
alignment is required, the appropriate changes from Chapter 9 give the desired
algorithm.

10.4.1 Statistical Significance

Profiles are used to search databases so that issues of statistical significance arise
very naturally. When a local alignment is made using a sequence and a profile,
then the results from Chapter 11 apply. Poisson approximations can be employed
to give excellent estimates of statistical significance. The other case of most
interest is when the profile is fit into the sequence. This was computed by the
algorithm for T(P, b) in Section 10.4.

For mathematical reasons as well as for ease of exposition, we do not allow
indels. In the case of indels, simulations must be used to estimate the limiting
distribution. In this case, the score TP, b) is easy to compute as the maximum
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of overlapping sums. Takingb = bjby - - by n 1,

L
T(P, max{z 3(Pk, bj+k—1 ilﬁjsn}-
k=1

For random sequences B = B|B; - - - Bp 1,1, with iid letters, we are interested
in the distribution of the scores T'( P, B). There is an easy heuristic. Each score

L
XJ Z 5(px, B J+Ic+1
k=1

is the sum of L independent random variables. If the py are well behaved, such
as identical, each X} will have an approximate normal (x4, 0?) distribution by
the Central Limit Theorem. This requires L to be moderately large. In addition,
if | — k| > L, X; and X are independent. This is known as L-dependence.
The maximum of n L-dependent normals, properly normalized, has an asymptotic
extreme value distribution with distribution function e=¢”". Here is the procedure:

Yi=(Xi—w)/o, 1i=12,...,n

Then
M, =max{Y;: 1 <i<n}.
Set
= (2logn)'/?
and

1
b, = (2logn)'/? — 5(210g n)~"%(loglogn + log4r).
The following is a standard theorem.

Theorem 10.3 (Extreme value) Let X, X, ..., X, be iid normal (u,0%) and
defineYy,...,Y,, M,, a,, and b, as above. Then

—x

lim P(a,(M, —b,)) =e ¢

This gives a rapid and practical way of assigning statistical significance to
values of T'(P, B).

10.5 Alignment by Hidden Markov Models

Weighted-average sequences and, in particular, profile analyses proceed from a
given multiple alignment to produce a sequence capturing the statistical details
of the multiple alignment. The weighted-average sequence can then be used to
discover more sequences that belong to the multiple alignment. Instead of using
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weighted-average sequences and profiles to discover new sequences, in this section
we turn these ideas around and ask if a weighted-average sequence can be used to
improve the multiple alignment from which it was derived. A naive version goes
as follows. Take ay, ..., a, alignedas A;. Then produce the generalized sequence
P1P2 - pr from A;. If each sequence aja; - - - a, is aligned with p1p2 - - - pr, a
new multiple alignment A, is obtained. Then a new weighted-average sequence
can be derived. This process can be continued until the alignment stabilizes.

A more sophisticated setup proves to be valuable. Eachsequencea;, a, .. ., a,
is assumed to be produced by a statistical model, called a hidden Markov model
(HMM). This simply means that there is a “hidden” Markov process producing
the sequences. The outline of the alignment method is given as an algorithm:

1. Choose an initial model (ie., HMM).

2. Align each sequence a;, 1 <1<r, to the model.
3. Reestimate the parameters of the model.

4. Repeat steps 2 and 3.

It should be emphasized that Markov models seldom are correct models for
sequences produced by evolution where a tree structure is involved. See Chapter
14 for a discussion of these topics. Still, HMM alignment is often useful for a
multiple alignment heuristic.

We now describe the HMM in detail. The HMM is a finite Markov chain with
a starting state 0 (BEGIN) and a stopping state (END). There are L states called
match states my, k = 1to L, correspond to the positions of a multiple alignment.
The BEGIN state is mg and the END state is my . At a match state my, a letter
a € A is generated with probability P(a|my). There are also insertion states iy,
which insert additional letters with probability P(a|ix). Finally, there are deletion
states dj. which imply that the amino acid at position k is deleted. In this case, the
HMM does not produce a letter at position k. Of course, in the observed sequence
the knowledge of which position produced a given letter is hidden. Transitions
between states are summarized as follows:

Mi — dig1, Ty, Met1,
dr — diy1, Tk, Mpy,

ik - dk+17 ik7 mk+17

for k = 0,1,.... These transitions are summarized by transition probabilities
such as P(ix|my ), for example. A special situation occurs at the end state when
the sequence of states are yo,y1,...,Y~,Yn+1 With yo = mo = BEGIN and
y~N+1 = mry; =END, because state m 1} = END is absorbing. See Figure 10.4
for a schematic view.
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o T <
7 — \—‘—> —> M4

Figure 10.4: The hidden Markov model

The sequence of states mo = yo,¥1,...,YN,Yn+1 = M4 produces a se-
quence of letters z,x; - - - x s, where, of course, M < N. When v, is a match or
insert state and has an associated letter, set I(z) to be the subscript in z} - - - z 57
of the letter produced by state y;. The probability of the sequence of states

Y = Y0, ¥Y1,--.,Y~N+1 and the sequence of letters x = x| -- -z s is
N-—
P(y,x) = P(mL41|yn) H (Urk+1|ye)P(2i(i) Yk ), (10.2)
k=0

where P(z)(x)|yx = di) = 1. The probability of the sequence x = 212, - T
is the sum over all sequences of states that could produce the sequence:

=Y P(y,x). (10.3)
y

In the model we have described, there are approximately (9 + 2|A[)(L + 1)
parameters. For amino acid sequences with | 4| = 20 and L = 50, there are
about 2500 parameters. As our goal is to estimate the alignment by estimating the
HMM, this is a daunting number of parameters. Still, we proceed to search for
the model that maximizes P(sequences|model). If we put a prior on models, we
can use Bayes’ theorem to obtain

P(sequences|model)P(model)

P(model|sequences) = P(sequences)

’

but we do not pursue that here. Instead, we look for the maximum likelihood
model.

Recall that Equation (10.3) gave the probability of producing sequence x from
a given model,
=) P(y,x)
y

or
P(x|model) = ZIP’(y,x|model).
Yy



248 Introduction to Computational Biology

Assuming aj,aj,. . ., a, are all independent, then

P(a;,ay, - -,a,|model) = H P(a;|model).

=1

Because P(ajmodel) is the sum over all paths, we just pick the path of highest
probability to approximate it:

P(ajmodel) ~ max{P(a, y|/model) : all paths y}.

Solving this new problem is essentially an alignment problem, which is solved by

N

m}z,ixlog P(a|model) = m}?x Z {log P(yr+1|yx) + log ]P’(:L‘l(k)|yk)} )
k=0

This is just a position-dependent alignment problem, easily solved by dynamic
programming, as in Section 9.3.2.
We now elaborate the alignment method we have outlined:

Algorithm 10.1 (HMM Alignment)

1. Choose an initial model. If no prior information is
available, make all transitions equally likely.

2. Use dynamic programming to find the maximum likelihood
path for each sequence aj,az,...,a,.

2'. Collect the count statistics:

n(y) = #paths through state y,
n(y'|ly) = #paths that have y—u,

m(aly) = #times letter a was produced at state y.

3. Reestimate the parameters of the model

P(y'ly) = n—ff%?{—)

Bl = 70

4. Repeat steps (3) and (4) until parameter estimates
converge.

10.6 Consensus Word Analysis

Dynamic programming analyses of sequences are examples of what we call anal-
vsis by position. In analysis by position, we are concerned with whether or not
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we match positions ¢, j = 1tor. Clearly, there are severe limitations on this
approach for large r. For example, if r = 100 and we know the sequences are
each in the correct position, or that the correct position is obtained by shifting one
to the right, then there are 2'® 2 10*° possible configurations. It is possible to
approach multiple sequence analysis by analysis by pattern, asking, for example,
if a certain k-tuple or its close neighbors appears in all the sequences. This section
develops some ideas of analysis by pattern.

10.6.1 Analysis by Words

The basic idea is that of a pattern or word w and the neighborhood N (w) of a
word. In this section, w is taken to be a k-tuple although that is not a necessary
limitation. The neighborhood is defined by distance (V), similarity (N;), or
combinatorics (N3):

Ni(w) = {w': D(w,w') < e},
Ny(w) = {w': S(w,w') > E},
N3(w) = {w' : w’ and w differ by at most d differences}.

In the definition N3, “differences” can be defined as mismatches, so we have

Mol = 3° (’;) 3

=0

where the alphabet is {A,C,G,T}. If differences include indels, the combinatorics
are a little more complex. For the DNA alphabet, | N (w)| < 4% always holds.

The idea is that whereas w may not occur too often with no errors, it might
have close neighbors that do. To define an objective function, set

S(w) = imaX{S(w,w’) cw' Cal.
i=1

Then the best word score is
S = max{S(w) : all w}.

To find S might seem prohibitive. If S(w, w’) costs ¢ time, then S can be found in
4k 30 (ni—k+1)c = 4*r(n ~ k+ 1)c. This is much less than any method that
takes time proportional to []'_, n; = n”, but it can be improved. Before looking
at the sequences, S(w,w') can be calculated, in time no more than 4%*¢ (often
in much less time). Then at each word along a sequence, the neighborhood N is
generated, and we can keep track of the best scoring occurrence of each of the 4*
words as we move along a sequence. After a sequence is analyzed, the cumulative

score S(w) can be updated. This process takes time |N|3°7_ (n; —k+ 1) +4%¢.
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AAACAATTTCAGANTAGACHAAAACTCTGAGTGTAATAATGTAGCCTCGTGTCTTGCG
ACCGGAAGAAAACAGTGACATITTAACACGTTTGTTACAAGGTAAAGGCGACGCCGCCC
TTTGTTTTTCATTGTTGACACACCTCTGGTCATGATAGTATCAATATTCATGCAGTATT
CATCCTCGCACCAGQTCGACGACGGTTTACGCTTTACGTATAGTGGCGACAATTTTTTTT

TCCAGTATAATTTGITGGCATAATTAAGTACGACGAGTAAAATTACATACCTGCCCGC

TTTCTACAAAACACTTGATACTGTATGAGCATACAGTATAAT TGCTTCAACAGAACAT
TGCTATCCTGACAGITGTCACGCTGATTGGTGTCGTACAATICTAACGCATCGCCAATG

CCATCAAAAAAATATTCTCAACATAAAAAACT CTTGTAACGCTACATGGA

Figure 10.5: Eight E. coli promoter sequences

For an explicit example, we present, in Figure 10.5, eight promoter sequences
from E. coli. There are patterns at two positions in these sequences, the so-called
—10 and —35 patterns. For Figure 10.6, k¥ = 6 and score matching patterns
by 1 — d/k, where d = # mismatches. In our analysis, we restrict W, the
number of contiguous columns to be searched at a time, which we call the window
width. We place W in all possible positions. The complexity for this search is
(n—W+1) xr(W — k+ 1)N, where n is the common sequence length.

score

0 ﬁ—

-40 -30 -20 -10

position

Figure 10.6: Consensus analysis of E. coli promoter sequences

10.6.2 Consensus Alignment

The idea of a consensus word can be utilized in alignment. Define a partial order
on consensus words by their positions in the sequences as follows: w(!) < w(?
if the occurrence of w(!) in sequence i is to the left of and not overlapping the
occurrence of w(?) in sequence i fors = 1 to r. An optimal alignment A is defined
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to satisfy

S(A):max{ZS(wi):wl <w2-<w3-<-~-}.

(2

Only one version of this problem has a straightforward answer. Let w;|w; mean
that the consensus words are found in nonoverlapping windows:

R =max{z S(w;) : w1}w2|w3|--~} .

This can be solved by a dynamic programming algorithm. Let W be the window
width (which can be as large as W = n). Then, if R; is the score for column 1 to
1,

R, = max{R; + S(w;,;) 11 — W +1<j < i},

where w; ; is the consensus word in columns j to 1.

10.6.3 More Complex Scoring

Consensus analysis of protein sequences if of interest too. Let s(7, j) be a scoring
matrix for .A. Then the neighborhood

N(w) = {w'": S(w,w") > E}

with w = wyw; - - - wi and W' = wjw) - - - wy, is complex even with the simple
scoring

S(w,w') = Z s(w;, wy).

1=1

Here, it is useful to compute each neighborhood of the sequences because 20* is
rapidly increasing and 20%* will be too computational expensive.

For each letter a € A, we order the alphabet in decreasing score with a. Then
in a search that has 20* possibilities, we employ branch and bound to limit the
words examined.

A variation on these ideas have turned out to be very useful in the popular
search program BLAST. Theorem 11.30 tells us the minimum score T' of statis-
tically significant local matches (without indels) to a protein sequence. Then the
sequence is used to produce all words W that score T or more, and the database
is searched for all exact matches to members of W.
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Problems

Problem 10.1 Count the number of multiple alignments that have only one letter

T3]

in each column that is not equal to .
Problem 10.2 Define
N3(w) = {w' : w’ differs from w by at most d one-letter indels}

Find | N3(w)|, where w is a k-tuple over {A,C,G,T}.

Problem 10.3 Given a similarity function s(-,-,...,-) on (AU {-})", give the
r-sequence generalization of the local dynamic programming algorithm. What is
the time and space complexity?

Problem 10.4 Give a counterexample to Corollary 10.1 when ¢(A;) and ¢(A;)
are defined by different optimal alignments.

Problem 10.5 For1 > X\ > A\, > 0,letc(\;) = A;a®(1—A;)bg (1 = 1,2). Find
A such that for d(A) = Ae(A1) @ (1 — A)b, D(c(Ay),d(N)) = (A1 — A2)D(a, b).

Problem 10.6 In Section 10.4 on pofile analysis, we assumed that the best deletion
of the first 7 letters of the profile has cost gpro (1) = 71 + 24, Ok, Which is a single
deletion beginning with the first letter. Find a recursion for the optimal gpo(%).

Problem 10.7 (Motif 1) For the sequence a = a, - - - a,, and the set of sequences
{b1,...,b;}, find an algorithm to compute SM; = max{}_, S(ai, ...a;,, by, ) :
i <51 <ip << -, €{l,...,7}}. (Note that any b; sequence can be
used repeatedly.)

Problem 10.8 (Motif 2) We are going to splice sequences together. These are
sets of sequences (indexed by & = 1to m). Each set has r sequences (indexed
by i = 1tor). Each sequence by, has [ letters (indexed by 7). By choosing one
sequence from each set, there are ™ sequences of length {m. Find a dynamic
programming algorithm for

SM; = max{S(a,b) : b is one of the r™ sequences},

where a = aja; - - - a,. The time complexity should be O(rnim).



Chapter 11

Probability and Statistics for
Sequence Alignment

In this chapter, we will study probabilistic aspects of sequences and of sequence
comparison. A good deal has been learned about macromolecular sequence data
since the first sequences were determined. Because evolution has preserved the
essential features of these molecules, a significant sequence similarity between
two macromolecules suggests a related function or origin. For this reason, the
computer algorithms described in Chapter 9 and Chapter 10 have been devised
to locate similar sequences or portions of sequences. The computer searches for
similarity can be classified into two categories: search for a known pattern such as
that of the hemoglobin family or search for unknown relationships with a newly
determined sequence.

Statistical questions are natural in this setting. The scientist wants to find
biologically significant relationships between sequences. Although statistical
significance is neither necessary nor sufficient for biological significance, it is
a good indicator. If there are 50,000 sequences in a database, we must have
an automatic way to reject all but the most interesting results from a search of
these sequences. Searching for a known pattern involves 50,000 comparisons.
Searching all pairs of sequences involves (50’300) ~ 1.3 x 10° comparisons. In
neither case does a scientist want to look at all comparison results. Screening by
statistical significance or p-value is a rational way to sort the results. There are
many situations where naive calculations of statistical significance are misleading,
so it is important to have “rigorous intuition.” Along with learning the results
contained in this chapter, it is hoped that the reader will develop this intuition.

The chapter is organized around the biological problems: global sequence
comparisons, local sequence comparisons, and statistical behavior resulting from
alignment penalty parameters. Several important results from probability are used
in this chapter and we have highlighted them in separate sections. In this chapter,
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we adopt the following standard convention: Capital letters such as A; will denote
arandom variable, such as a random letter from A, whereas a; will denote a value
of the random variable, such as a specific letter a; € A.

11.1 Global Alignment

In this section, we study probabilistic aspects of the global comparison of two
sequences. For simplicity, the two sequences A = A;4;---A, and B =
B1B; - - - By, will, unless noted otherwise, consist of letters drawn independently
with identical distribution from a common alphabet (iid).
Recall that an alignment can be obtained by inserting gaps (“— ) into the
sequences, so that
A]Az“'An - ATA;A*L

and
B]BZ"'Bm —-iB]*B;BZ

The subsequence of all A7 # “~” is identical to AjA;--- A,. Then, as the *-
sequences have equal length, A is aligned with B;. In Chapter 9, algorithms to
achieve optimal alignments are discussed. Here, we are interested in the statistical
distribution of these scores, not in how they are obtained. Global alignments refer
to the situation where all the letters of each sequence must be accounted for in
the alignments. There are two types of global alignments: where the alignment is
given in advance and where it is determined by optimality.

11.1.1 Alignment Given

In this section, we assume the alignment is given with the sequences:

AIAZ' ’ 'Anv
B\B,---B,.

Of course, in this case the alignment is fixed in advance and there are no indels.
Although it is routine and not of great biological interest, we give the statistical
distribution of the alignment score for completeness. Let s(A4, B) be real-valued.
Define the score S by

S = Z S(A,,Bz)
1=1
We assume the alphabet A is finite although that is not a necessary restriction.

Theorem 11.1 Assume A = A1Ay--- A, and B = BB, - -- B,, with iid letters
Aj and B;. Define S = 3", s(A;, B;). Then

(i) E(S) = nE(s(A, B)) = np,
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(if) Var(S) = nVar(s(4, B)) = no?,

and
e 1 n e g
(iti) lim,, _, o, P(ﬁﬁfi <z)=®(z) = ﬁ f_oo e~ /24t

where ®(z) is the cumulative distribution function (cdf) of a standard normal.

Proof. This is the usual result for sums of iid random variables. [}

We remark that when s(a,b) € {0, 1}, then S is binomial B(n, p) with p =
P(s(A, B) = 1). The tid assumptions can be relaxed in the theorem but we do
not pursue that here. Instead, we turn to the much more interesting case of where
the alignment is determined by optimality.

11.1.2 Alignment Unknown

The assumptions of the last section are carried over: A, ---A, and B;--- By,
are composed of independent and identically distributed letters and s(a,b) is a
real-valued function on pairs of letters. We extend s(-,-) to s(a, —) and s(—, b)
so that deletions are included. Now an alignment score S is the maximum over
all possible alignments,

=1

L
S = max {Z s(A7,B}): all alignments} .

The optimization over the large number of alignments destroys the classical nor-
mal distribution of alignment score, but the application of Kingman’s subadditive
ergodic theorem and the Azuma-Hoeffding lemma gives interesting results. Al-
though we can give some analysis of the distribution of S, it is far from begin
completely understood.

Kingman’s Theorem

For easy reference, we give a statement of Kingman’s theorem that appeared
earlier as Theorem 3.1 in Chapter 3.

Theorem 11.2 (Kingman) For s and t non-negative integers with 0 < s < t, let
Xt be a collection of random variables which satisfy the following:

(i) Whenevers <t < u,Xsu < Xt + Xt
(ii) The joint distribution of { X .} is the same as that of { X s41,¢41}-

(iif) The expectation hy = E[X,| exists and satisfies hy > —Kt for some
constant K and all t > 1.

Then the finite lim;_. o, X0/t = p exists with probability | and in the mean.
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11.1.3 Linear Growth of Alignment Score

Returning to alignment score, recall again that an alignment score S is the maxi-
mum over all possible alignments

L
S = max {z s(A7,B}): all alignments}

=1

Here we handle the general case where deletions of length & are penalized by
—g(k), for a general non-negative subadditive g. Define X ; by

—X; ¢+ = scoreof Agy1--- Ay vs. Boyy - B

Then, evidently,
—Xs,u Z (—Xs,t) + (_Xt,u)

and
Xs,u S Xs,t + Xt,u~

We have h; = E(Xj,; ) exists because the expectation of a single alignment exists
and — X is the maximum of a finite number of alignments scores. The final
hypothesis to check is h; > —Kt for some constant K and all ¢ > 1. Set
s* = max{s(a,b) : a,b € A}. Clearly,

—2g(t
E(—Xo,) < max{ts™,—2¢(t)} = t max {5*7 tg( )} .
If s < —2g(¢)/t, note that lim(g(t)/t) exists by subaddivity. Therefore, there
exists K satisfying

h: > —Kt.

Our conclusion is that
lim (=Xo,./t) = p
t— oo

exists with probability 1 and in the mean. That p is constant follows from the
fact that p is independent of the first k£ values of 4; and B,. Therefore, optimal
alignment score grows linearly with sequence length. Obviously, p > E(s(A4, B)).
We have proved the next theorem.

Theorem 11.3 Assume A = A Ay--- A, and B = BB, --- B, with A; and B;
iid. Define S, = S(A,B) = max{}_s(A},B}) : alignments}. Then, there is a
constant p > E(s(A, B)) such that

.5,
lim — =p

n—oo 71

with probability 1 and in the mean.

Sp (Sn)

Since lim, . o, 2% = p almost surely, 2 —~ — paswell.
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In the simplest case of interest, the alphabet has two uniformly distributed
letters and s(a,b) = 0ifa # b, s(a,a) = s(b,b) = 1, and § = 0. An alignment
with largest score is known as a longest common subsequence, and Chvital and
Sankoff wrote a seminal paper on this problem in 1975. In spite of much effort
since then, p remains undetermined. Not too much is known about the variance
of S, either. (See Theorem 11.6 below.) There are bounds for p: 0.7615 < p <
0.8575. Without alignment, the fraction of matching letters is 0.5 = E(s(A4, B))
by the strong law of large numbers.

11.1.4 The Azuma-Hoeffding Lemma

This useful result, which is also known as the Azuma-Hoeffding inequality, gives
abound on “large deviations,” or the probability that a random variable exceeds its
mean by a specified amount. Its proof involves martingales but is elementary. Let
Fo € F1 C --- be anincreasing family of sub-g-algebras with X, a random vari-
able measurable with respect to F,. Then { X, },>oiscalled a martingale (relative
to {F,}) if (1) E[X,| < oo forall n and (ii) B(X,, |Fr-1) = Xp—1, as.,n > 1.

As we have finite sets, these concepts are fairly easy. A sigma algebra is just
a collection of sets containing the universal set that is closed under complements
and unions. The conditional expectation E( f|F) is a function measurable on F
(constant on the atoms of F) so that F' € F implies E(I g f|F) = Lr(E(f|F)).
The next lemma requires a martingale with bounded increments.

Lemma 11.1 Let Xy = 0, X, X»,... be a martingale relative to {F,} so that
Xn_1 = EY |Fnz1),n > 1. If, for some sequence of positive constants Cy,

| Xn — Xno1| <cn forn>1,

then
2

E(e*") < RED DS

Proof. We need two inequalities. The first inequality is

efr < c—_ge_ﬁC + ZF—EeﬁC forall z € [—¢, c]. (11.1)
C C

Recall the definition of ¢ convex: p(yz; + (1 — v)x2) < yolxy) + (1 —

¥)¢(x2), where v € [0, 1]. Note that ¢(t) = et is convex. Letz) = —c, 27 = ¢,
_c—=x
Y= e
and
o= ctz
2c

Then Equation (11.1) follows from the definition of convexity.
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The second inequality,
e r + et
2

follows from comparing Taylor expansions of each side of the inequality.
Now the lemma easily follows.

=coshz < e*/? forallz, (11.2)

E{e"*"} = E{E(e"" |Fao1)}
e )
Because | X, — X,_1| < ¢n, we apply Equation (11.1) to e®(X»=X=~1) ‘and using
the martingale property obtain E(e®(X»=Xn-1|F_ ) < coshf¢,. Therefore,
applying Equations (11.1) and (11.2) repeatedly,

E{ef*"} < E{ePX»~1 cosh(Bc,)} < -+
(H cosh(ﬁ%)) EeP X0
k=1

ﬁ cosh(f8cy)

IA

Il

H B/ — JBDY A

n
The nextresult follows from Lemma 11.1 and is applicable to global alignment.

Lemma 11.2 Under the same assumptions as Lemma 11.1, for A > 0,

2

P(X, > \) < NI )

Proof. Markov’s inequality states that for nondecreasing g : R — [0, 00),
E(g(Y)) > g(c)P(Y > c). Therefore, with g(t) = €°t, 3 > 0,

E(efXn)

P(Xa > A) € =5

so that by Lemma 11.1,

P(Xn > ) <exp {ﬁz/Zici - m} :

k=1

The value of 3 minimizing the exponentis 3 =X/ Y ;_, c2, so

P(X, > ) < exp { —W(zici)} .
k=1



Probability and Statistics for Sequence Alignment 259

11.1.5 Large Deviations from the Mean

Recall that E(S,, ) /n — p, which even in the simplest nontrivial case is unknown.
Nevertheless, the Azuma-Hoeffding lemma can be applied to show that large
deviations from the mean and from A have exponentially small probability. To
bring Azuma-Hoeffding into play, we need to bound the martingale increments.
This, in turn, requires a simple deterministic lemma about alignment scores. As
usual, our alignment is scored by s(a, b) and g(k) which is subadditive (g(k+1) <
g(k) + g(1)).

Lemma 11.3 Let S = S(ajay - ak,biby---bx) = S(cica - - k) be the align-
ment score for k pairs of letters, c; = (a;,b;). Let S = S(ci-- i1, ¢, ¢ k)
be the score for k pairs of letters with only the i-th pair changed. Let s* =
max{s(a,b) : a,b € A}, s. = min{s(a,d) : a,b € A}. Then,

S — 8" < max{min{2s* + 4g(1),2s* — 2s.},0} = c.

Proof. The i-th pair is ¢;(a;,b;) in S and ¢; = (al,b}) in S’. To bound the
maximum difference S — S’, we consider several cases. Suppose a; matches b;,
and b; matches a,, scoring at most 2s*. Changing a; to a’ and b, to b’ scores as
little as 2s, or all four letters could be deleted. By subadditivity, the additional
deletion penalty, which could extend existing deletions, is at most 4g(1). The
bound for this case is S — S’ < min{2s* +4g(1),2s* — 2s,}. The cases of either
a; or b; in a deletion is covered by the above bound. Finally, if a; matches b;, then
a higher scoring match can be replaced by a lower scoring match or by deleting
the two letters. This bound is S — S’ < min{s* + 2¢(1), s* — s.}.

There is one more detail. If s* + 2¢(1) < 0, then S = 2¢(k) independent of
the sequences and S — S’ = 0. Thus,

S — " < max{min{2s* + 4g(1),2s* — 2s.},0} = c.
[

Theorem 11.4 Assume A = Ay--- A, and B = BB, - - - B,, have 1id letters A;
and Bj. Define S = S(A,B) to be the global alignment score. Then, if c is the
constant defined in Lemma 11.3,

P(S—ES >9n) < e~ /2,

Proof. Our martingale is X; = E(Y |F;), where Y = S(C,Cy - - - Cy)

- E(S(C,Cy---Cp)) and F; = o(C\C, - -+ C;) is the o-algebra generated by
the first ¢ pairs of random variables C; = (A;, B;). As Y is F, measurable,
X, =E{Y|F,) =Y =S — E(S). Because Fy is the trivial o-algebra, X, =
E(S) — E(S) = 0. The key part of the martingale is

E(S|F;) Z scl, o Cir ity -y en)P(Cig) = Cig1y .y Cn = Cp).

Citly--
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This holds because, to make S(C - - - C,,) measurable on F;, = o(C),...,C;),

we need to average out the values of C;y - - Ch.
In fact,
Xi—-Xio1 =

Z S(Cl,...,Ci,Ci+1,...,Cn)
xP(Cit1 = cit1,...,Cn = Ch)
g cn
_ Z S(C], Cl 1,c’l,ci+1,,..,cn)
, xP(C; =, Cip1 = Cig1,---,Cn =¢p)
CiCit1Cn
Therefore,
I1X; — X,o1] <
Z ]S(Cl, CI,C,_H,.. Cn)

C'C’+1---C (017'~' 11— 1vcz7cl+]7 7cn)|

P(C; =c,Ciy1 = Cit1,---,Cn = Cn).
From Lemma 11.3 then,
|X; — X;—1| <max|S - 5| <c
Finally, using Lemma 11.2,
P(S —E(S) > yn) < e~ (V)i = o=vin/2¢,

Corollary 11.1 Under the assumption of Theorem 11.4,
P(S,/n—p>7) < e~/

Proof. The result from subadditivity is that p = lim,,_, o g—iﬂl = sup,, gi—"l.
We have E(S,, ) < np, so that
P(Sn > (v + p)n) < P(S, — E(S,) > yn).
]

The best known result on the variance of S follows from a general theorem of
Steele.

Theorem 11.5 (Steele) If f(x),x2,...,z,) is any function and X;, X],1 < i <
n are 2n iid random variables, then

Var(f {EZf foi }

where f = f(X1,Xs,...,Xy) and fi) = f(X1,Xo,..., X{,..., X)) is ob-
tained by replacing X; by X|.
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This immediately applies to global alignment.

Theorem 11.6 Assume A = A;--- A, and B = By --- B,, have iid letters A;
and B;. Define S, = S(A,B) to be the global alignment score. Then, if
¢* = max{0, min{s* + 2¢(1), s* — s.}} and p = P(A, = B)),

Var(S,) < n(l —p)c*.

Proof. This proof differs slightly from one above, where we identify C; =
(Ai, B;). For each of the 2n random variables, we change one at a time. Therefore,
the bound | S — 5’| < max{0, min{s*+2g(1),s*—s.}} = c* holds here. (2c* = ¢
of Lemma 11.3.) Note that with probability P(4, = B), the difference is 0.
Therefore,

E(S — S) < (1=P(A; = By))c*.

Finally, there are 2n terms so % X 2n =mn. [ |

11.1.6 Large Deviations for Binomials

In this section, we study the simple case of

1ifa =05,
s(a,b) = {Oifa;éb,

and ¢ = oco. The alignment score S(A,B),A = 4,---A,and B=B,---B,
with fixed alignment, is then a binomial random variable B(n, p), where p =
P(A;, = B;). There are many other cases in biology where binomial random
variables arise. The property labeled as success or 1 might be hydrophobicity or
positive charge of an amino acid in a protein or ‘A’ or purine in a DNA sequence.
Success might be the presence of a consensus word or helix in a sequence. The
scientist might, therefore, wish to estimate a p-value for observed values of the
binomial random variable that is far from its mean. Large deviations give tractable
estimates that are far more accurate than those given by the Central Limit Theorem.
LetY,, ~ B(n,p) and set a success fraction « for k of n successes,

a=k/n,

where p < a < 1. A fraction a of successes is larger than the expected fraction
.
Let H(a, p) be the relative entropy

H = H(a,p) = (a) log (%) +(1-a)log (i%‘;‘) L a13)

We observe that H(a, p) increases from 0 to log(1/p) as « increases from
p to 1. This value H is also called the Kullback-Liebler distance; it measures
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the distance from the B(n,p) distribution under which the data are generated
to an alternative, the B(n,«) distribution. The key concept and difficulty in
understanding large deviations is dealing simultaneously with two probability
measures on the same space of possible outcomes. The next theorem gives a
useful upper bound valid for all n, p, and a.

Theorem 11.7 Forp < a < 1, forn = 1,2,3,..., with H = H(a,p) the
relative entropy defined in Equation 11.3 above and Y,, ~ B(n,p), then

P(Y, > an) < e ",
Proof. For all 3 > 0,

P(Y, > an) = ]P’(eﬁy" > eﬁan)
< E(ePY)/ePom
= (1= p+pe) [0 = {7 (1= p 4 ped)},

where the inequality follows from Markov’s inequality. Minimizing the quantity
in the brackets gives the value e~ [

We let
1 —
r= 2 @a _r 7o (11.4)
l-p/ 1l—a al-p

denote the “odds ratio” between p-coins and a-coins. Observe that 0 < r < 1
because p < a < 1, and that all of the quantities o, H, and r are allowed to vary
depending on k and n. Observe also that r and H arerelated: H'(a, p) = — log(r),
where the derivative is taken with respect to a, for fixed p. As always, we write
~ to denote asymptotic equality, that is, that the ratio of two quantities tends to
the limit 1.

Equation (11.5), which is the result of dividing Equation (11.7) into Equa-
tion (11.8), says that, conditional on the number of successes being at least
k = an; the excess over k has, asymptotically, a geometric distribution with
parameter 1 — r. This geometric distribution is the distribution of the number of
heads before the first tail when tossing an r-coin and has mean /(1 — 7).

M

P(Y, =an +i|Y, > an) - r'(1 —r)fori =0,1,2,... asn — oo. (11.5)
Some useful facts about large deviations are collected in the next theorem.

Theorem 11.8 For Y,, ~ B(n,p),p < « < 1, and r the odds ratio defined in
Equation 11.4 above, as n — cc.

logP(Y,, > na) ~ —nH, (11.6)

1 1
P(Y, > an) ~ e "M, (11.7)

l =7 ./2na(l —a)n
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and

1 .
P(Yo=on+1i) ~ ————=r'e ™ {=0,1,2,.... (11.8)
2ra(l — a)n

11.2 Local Alignment

Now we turn to local comparisons, for which the algorithm H was devised. The
local alignment problem is to find the best matching segments or intervals of
sequence in comparisons of long genetic sequences. Recall

H(A,B)=max{S(I,J): I C A,J C B},

where S is similarity measured by the substitution function s(-, -) and indel func-
tion g(-). H(A,B) is an appropriate random variable for the case where the
alignment is unknown. It is sometimes the case that the alignment is known or
given. Then the sequences are in a fixed alignment and the local comparison
algorithm problem is to locate the highest scoring interval. In each situation,
the statistical problem is to find the probability distribution of the alignment score
when the sequences A and B are random. We wish to be able to detect statistically
significant values of the random variables.

There are several levels of approach to these problems. In this section, we
will study strong laws of large numbers to determine asymptotic behavior of the
growth of the scores.

11.2.1 Laws of Large Numbers

In this section, we present laws of large numbers for the asymptotic behavior of
the longest match between two random sequences. Random here means either
independent and identically distributed or Markov, although similar laws for m-
dependent processes can be obtained. Whereas the laws of large numbers only
give order of magnitude results, these estimates are surprisingly good and give
excellent rules of thumb for the expected magnitude of matches between random
sequences. Later, we will give much more precise results that allow comparison
with the more easily obtained results of this section.

Exact Matching

The first problem considered here is the length R,, of the longest match between
two sequences of length n with iid letters which are in a fixed alignment. Let

P(Match) = > €7,
€A

where &; is the probability of letter :. The random variable R,, is only of interest
in the cases p € (0, 1). The problem posed here can be restated as the longest run
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of heads in n coin tosses where p = P(Heads). Erdés and Rényi (1970) presented
results which contain the following theorem. The intuition is as follows. A
headrun of length m has probability p™. There are approximately n possible
headruns so

E(# headruns of length m) = np™.

If the largest run is unique, its length R, should satisfy 1 = npf», which has
solution R, = logl/p(n). This heuristic is a guide to this entire section and most
of the remainder of this chapter. Before we make rigorous the heuristic, we give
the Borel-Cantelli theorem, necessary for the proof of Theorem 11.10.

Theorem 11.9 (Borel-Cantelli)
(i) If 3, B(Cr) < oo, then B(C, occur infinitely often) = 0.

(ii) Assume C.,, are independent and _ P(C,) = oo. Then P(C, occur
infinitely often) = 1.

Although we frame the next theorem in terms of fixed alignment, it is really
about 7 independent tosses of a coin with success probability p.

Theorem 11.10 Let Ay, Ay, ..., By, B, ... be independent and identically dis-
tributed and let 0 < p = P(Ay = B;) < 1. Define R, = max{m : A;;x = Bitx
fork=1tom,0<i<n—m}. Then

P lim i— =1} =1
n—oeo logl/p(n)

Proof. The idea of the proof is to exploit the heuristic np™ = 1 implies m =
log,/,(n). If m = (1+¢)log,,,(n), we are able to show, using the Borel-Cantelli
theorem, that runs of length m will occur only finitely often. This requires setting
a “skeleton” of ny’s as ny — oo to make the calculations easy. The lower bound
shows that (1 — €) log, /,,(n) occurs infinitely often. To exploit Borel-Cantelli for
this problem, the sets must be independent, making the lower bound a little harder
to get.

We begin with the upper bound. Let D; = {4,y = Bk fork = 1 to m},
where 0 <7 < n —m. Now, fore > 0, let m = [(1 + €)log; ,,(n)]. Because
P(D;) = p™, we have

n~+) <P(D;) = p™ < ln_(H’f).
p

Forn = ny = [(1/p)*], define

Mg —Mmyp g —myg

E(nk) = U {Ai+k = Bi—Hc fork=1to mk.} = U Di(nk),

=] =1
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where [(1 + €)log,,,(nk)] = mi and the dependence of D; on nj is made
explicit:

Therefore, by Theorem 11.9,
P(E(ns) occur infinitely often) = 0.
Because longest match length increases with n, it follows that
P(im R,/ log, ,(n) < 1) = 1.

This establishes half of the result.

Theorem 11.9 can be recast is a slightly different form. Let X,, = [(C,).
Then P(C,,) = E(X,) and the theorem concerns the sums ) E(X,).

To obtain a corresponding lower bound, note that the Theorem 11.9 has a
converse if the events are independent. To create nonoverlapping headruns, let

Dm,i = {Am'i+k = Bmi+k: fork = 1,.. . ,m} = Ei
and
T, =Y _I(E).

This time, with m = [(1 — €) log,,,(n)],

n n (1 D (-
A m s (D (1—e) — &£ e _ (1 e)~ )
E(Tm,) 2 (m l)p > (m l)pn =n‘—pn (11.9)
Therefore,
ImE(T,,, ) = 00
and
P(D,,, ; occur infinitely often) = 1.

It follows that
P (lim, oo (Rn/logy,(n)) 2 1) = 1.
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l ]
I B
|7 '

Figure 11.1: Dependence created by blocking and shifting

Next, we take up a problem of more direct interest to molecular biology, the
length H,, of the longest match between two sequences when shifts are allowed.
To be explicit, this is the local alignment score H, when y = -6 = —
and no indels or mismatches are allowed. Allowing shifts gives approximately
n? choices for (i, j), the starting position of a match run. Above, there were
only n starting positions. This naive approach suggests that H,, grows like
logl/p(nz) = 2log,,,(n). The heuristic again turns out to be correct and is
formalized in the next theorem.

Theorem 11.11 Let Ay, A,, ..., By, Bs, ... be independent and identically dis-
tributed with 0 < p = (X, = Y1) < L. Define

H, =max{m: A4y = Bjyy fork=1tom, 0<1i,j <n—m}.

P lim H— =2
n—oo logl/p( )

Proof. The upper bound is established just as in Theorem 11.9 with n? replacing
n. As might be expected, the lower bound is more difficult due to a more complex
dependence structure. We divide each sequence into nonoverlapping blocks of
length m and consider matching between the blocks. See Figure 11.1. Define
Di; = {Ai4x = Bjsx fork = 1 tom} and let m = [(2 — €)log;,(n)]. Let
E;j = Dpimjand T, = 37, JI(E; ;). Asin Theorem 11.9, E(T,,) = m~?n¢ —
0o. To handle the dependence introduced by shifting, it is sufficient to show

Then

Var(T,)/(E(T))* — 0

to establish (T, occurs infinitely often) = 1. See Problem 11.6.
Using the above definition of T;,,

Var(T, Z cov(I I(Ex.1))

k l
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Z Z+2200v Ekl))

In this expansion, there are ~ (n/m)? diagonal terms i = k,j = I:

Zcov(H(Ei Eij) = Z]E P(E; ;)
= Z]P’ 1.5)(1 = P(Ei;))
< Z ]P(Ei,j) =KT»).

In the second sum of ~ (n/m)4 terms, E; ; and Ey ; are independent, so the total
contribution is 0. Finally, the third sum has approximately 2(n/m)? terms where
each term has the form indicated in Figure 11.1. Letp = Y~ (P(A = a))? =
Za {2, that is, &, is the probability distribution on the atoms of A. Now, we need
a version of Holder’s inequality.

Lemma 11.4 ( Holder) Let p, = P(r independent letters are equal) for the dis-
tribution §, = P(A = a). Thenp, = ) (&), andfor0 <r <s,

(ps)/* < (o))"

Now

COV(H(E ) H =P El 0N EI[) P(Eiyj)P(Ei,[) < ]P(Ei,j N Ei,l))

3m/2
[Z(&L [Z 53] = (P(E:;))*.

Summing on 7, j and noting that P(E; ;) = P(E, ;) for all 4, j,

2 T REL)=2( )’ Bz
J#l
3/2

=2 ((%)ZP(EI,I)> = 2(ET,, /2.

Combining these estimates yields
Var(T,) < E(T,) + 2(E(T,))*?,

and Var(T,,) 1 2
ar( 4, 2 ¢ _(/2
=m 2m — 0.
(E(Tn)? E(T,) " (ET,)!/2 noremn
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This completes the proof of the theorem. ]

Note that the effects introduced by shifting make the theorem more difficult to
prove. For the remainder of this section we will give some relevant generalizations
where the proofs are too lengthy to give here. First, we give results for Markov
chains. The logic of the theorem is based on the idea that for chains to match,
they must take the same steps or transitions in each chain. Another mathematical
result is needed.

Proposition 11.1 (Perron-Frobenius) Let Q) = (¢;;) be a substochastic matrix,
that is, q;; > 0,3.qi;; < 1, that is irreducible and aperiodic. The largest
|A| eigenvalue is real and X\ = 1 if Q is stochastic, and 0 < A < 1 otherwise.
The corresponding eigenvectors Q) = Aa and QB = A3 are normalized so
Ya;=1landy a;; = 1. Then

ql(-;-l) ~ A"Bia; asn — o0.

This tells us that remaining in @’s states is like a coin tossing experiment with
P(H) = A. If we consider @ as the transitions between states in a subset S of a
Markov chain, then if X is the state of the Markov chain and 7 is the equilibrium
distribution

) (stay in s
PXi1 X, X, €8)= ZZP (X" :Jlstartatz) "

JES €S
—1
TS
jes ies
- (za> oot
€S

If our sequences A} Ay - - and B B; - - - are both Markov chains, they match
when the transitions are identical. Form the “product” Markov chain (4;, B;) and
consider the diagonal ('pfj). Runs on the diagonal keeping the chains identical
behave like coin tossing with probability A, the largest eigenvalue of the sub-
stochastic matrix (p%j). Our interest in establishing the next theorem is the fact
that (first-order) nearest neighbor effects in DNA and protein sequences are often
statistically significant.

Theorem 11.12 Let Ay, Ay,..., and By, By, ... be two independent Markov
chains on a finite alphabet A which are irreducible, aperiodic, and have transi-
tion probabilities (p;;), i,j € A. Let A € (0,1) be the largest eigenvalue of the
substochastic matrix ((pi;)?), i,j € A. Then
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Another feature of biological sequences is that all sequences do not have the
same distribution. There are results for Markov as well as iid sequences, but only
the 1id results are discussed here. The surprising discovery is that H,, can still have
2log, ;,(n) behavior even when the marginal distributions are quite different.

Theorem 11.13 Let Ay, A,, ... be distributed as €, By, B;, ... be distributed as
v with all letters independent and p = P(X, = Y)) € (0,1). Then, there is a
constant C(§,v) € [1,2] such that

P (nlingo Ha/log,,(n) = C(g,u)) —1.

In addition

) = i J 108(1/p) log(1/p)  2log(1/p)
Cleov)=_ sop mi {Hmo ’ H(w)’log(l/mw(v,m}’

where 3, = &vo/p, H(B,v) = Y, B.108(Ba/va), and 7 ranges over the
probability distributions on the alphabet A. Here, log can be to any base. Also,

C(&,7) = 2 if and only if
1 1
max{H(8,v), H(8,)} < (5) fog ..

The set of £ such that C(§,v) = 2 for a fixed v has positive diameter. Of
course, C(v,v) = 2by Theorems 11.11. That a large set of £ satisfies C(§,v) = 2
is another indication of the strength of the “2log(n)” law.

To illustrate this phenomenon, we give a parametric example where we can
explicitly determine when shifts double the length of the longest match. Let
A, Ay, .. . have P(4; = H) =P(A; =T) = 1/2 and By, By, ... have P(B; =
H)=6=1-P(B; =T), where § = [0,1]. Then

p=P(A;=B))=1/20+1/2(1—6) = 1/2.

So R, which is governed only by p, has growth R,, ~ log,(n). Inthecase § = 1,
the value H, = length of the longest run of H’s in AjA; - -- A,. Therefore, H,
has the same distribution as R,, ~ log,(n). The same holds for # = 0 where H,, =
length of the longest run of T’s in A Ay - - - A,,. However, if § = 1/2, A; and B;
have the same distribution and H,, ~ 21og,(n). The theorem tells us

H, ~ Clogy(n), C€1,2],
and C' = 2 if and only if
max{H(3,v), H(B,€)} < 1/2log(2).

Because v = (1/2,1/2)and € = (6,1-6), 8 = (%@ﬁ,ﬂ—ﬂﬁ}%@) =& H(B,E) =
0 and C = 2 if and only if

flogf + (1 —6)log(1 —8) < 1/2log(2).
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Figure 11.2: C vs 0 for an example

The inequality holds in the interval [0.11002786...,0.88997214..]. See the
graph in Figure 11.2.

Approximate Matching

Another feature of sequence evolution that concerns us is substitutions, insertions,
and deletions of letters as well as inversions. We ask, How many letters can be
“removed” from the sequences to lengthen the match and still retain the 2 log, ,, (n)
behavior? The result is surprisingly strong.

Theorem 11.14 Let Ay, A, ..., By, By,... and p be as in Theorems 11.11 or
11.12. Let H: (k) be the longest match between X ... X, andY; ... Y, allowing
shifts and removal of | single letters, that is,

H; (1) = max{m : Aitx = Bji for k = 1tom, except for at most | letters}
Then, for any constant l or any deterministic sequence | = l(n) where
I = o(log(n)/loglog(n)),

it follows that
lim M7 (1)/ log, ,(n) = 2

in probability.

Now, we turn to matching with a fraction of mismatches. For fixed alignment,
set

Ry =max<t:at < Z Civk, 0<i<n—t),
1<k<t

where C; = [(X; = Y;). The result due to Erdés-Rényi is



Probability and Statistics for Sequence Alignment 271

Theorem 11.15 ForC,,C,, .. .independent Bernoullip € (0,1)and1 > o > p,

Pmiaf*ﬂém>:L

The heuristic for this result is consistent with what was given for the easier
case of pure headruns. The large deviations results in Theorem 11.10 say that a
rich headrun of length ¢ occurs with probability approximately e~**(«?)  Then
because a run has approximately n starting places, we solve

1 = netM(ap)

to obtain )
log(n

Ri=t=——.

H(a,p)

In exactly the same manner, this heuristic gives the correct result for sequence
matching:

HY = max t:at < Z I{Aitx = Bj1r}
0<i<n—t, 1<k<t
0<j<m—t

Although it is routine to make Theorem 11.10 for pure headruns rigorous and
provide a proof of Theorem 11.15, the extension from Theorem 11.11 for exact
matching between sequences to the next theorem does not follow as easily.

Theorem 11.16 Let A;, Ay ..., By, By, ... be independent and identically dis-
tributed with0 < p = P(A; = B1) < 1. Then

H® 2
P2 - =) =1
Q%nﬁumm>

We state one more important generalization. Whereas our alignment algorithms
made use of general scoring s(a, b) for a,b € A, the above results have restricted
scoring. To relax some of these restrictions, we now require E(s(4, B)) <
0,s* = maxs(a,b) > 0, and do not allow deletions. This is to assure that the
expected segment match has negative score, but that positive scores are possible.
Although clearly a context for large deviations, the results are surprisingly nice.

Furthermore, the content of the letters in maximal matches have a distribution
that is often different from the initial £,,a € A. To see that, let the letter [ have
s(1,1) = +1 and s(a,b) = —oo otherwise. Then any positive scoring match has
100% I’s. Remarkably, there is a formula for this distribution.

Matching with Scores
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Theorem 11.17 Let A = A|A;--- and B = BB, --- have uid letters with
distribution §. Assume s(a,b) is a scoring function with E(s(A, B)) < 0 and
s* = max{s(a,b) : a,b € Aand £, > 0} > 0. Let p > 0 be the largest real
root of

fO) =1-En—=AB = (11.10)
Then

H,
Pl lim ———=2| =1,
e T0g,, (1)
and the proportion of letter a aligned with letter b in the best matching interval
converges to

Lalpp™ @), (11.11)

Heuristics for proof. Recall that we are studying alignment segments without
indels. For convenience of notation, let C; = (A4;, B;) be iid with distribution

Ex&=p.

Our interest is in motivating an Erdos-Rényi type result for scoring A; -+ - A,
against B - -- B,,. There are about n? ways of beginning alignments c¢j¢; - - - ¢
with score 25:1 8{c;). These segments of length k£ with composition + (a prob-

ability measure on A x A = A?) have the following properties:
(i) They score Z s(c)v. per letter
ceA?

and
(ii) they occur with probability approximately e ~*7{(v:#)

The Erdos-Rényi heuristic tells us to solve
n2e FH(m) = 1,
which yields
B log(nz)
H(v, 1)

Therefore, we have the average score per letter and the average length. This
implies the best ¥ composition segment scores

> 7es(e)
H(v, 1)

Finally, we maximize over all compositions v:

log(n?) = r(~) log(n?).

M, ~ log(n?) - max{r(v) : v probability distribution on .A2}.
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Next we characterize the distribution vy that maximizes r(7y). Because }_ v, =
1, we employ Lagrange multipliers. Define

¢h)=%§§%¥+k(l—§:%).

Then taking 0p(7)/0v. = 0,

Heus(e) = (L s(0) (1410825 ) = 0200,

Solving for 7.,
log L 6s(c) + 6
fhe
and

§s(c) §s(c)

€ o Hee
%_5*M_EMM“V

To finish the derivation, we show that when (7. (6)) is maximal, then M (§) =

1, where
M(6) = Z pees(€).

Setting v, = v.(6),

Y 1e(8)s(e) = L pee™s(c)

M(5)
_MO) _
s = KO

where K (6) = log M (). Also,
M%&M=Eﬁﬂ%£
= 3 (6s(c) — K(9)).
From the definition of 7(7y),

K'(%)
and by solving d—r%éﬂz = 0, we find K(6)K"(6) = 0. The Cauchy-Schwartz
inequality tells us K" M? = MM" — (M')? > 0 with equality only when s(c) is
constant. Therefore, K" > 0 and K(§) = 0, and it follows that M (§) =1. =

Now we can check our intuition for s(a,a) = +1 and s(a,b) = —ocoifa # b.
Then

fO) =1-€6x7"
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which has root f(p) = 0 with p = £2. The probability of a aligned with a is
-1
Haa = &aba () = 1.

This theorem also gives us a rational way to assign scores. Suppose we know
the statistical description of the alignments that we wish to find. These statistics
might be obtained from a study of known sequence relationships. We summarize
this description as f, 5, the probability that a and b will be aligned. Of course,
Y. Hap = 1. Itis natural to go to Equation (11.11) and solve for s(a, b):

fap = Ea&ep™ P,
which implies
s(a,b) = log,, (2‘-{%) . (11.12)

Certainly, this assignment of s(a, b) is intuitive. We now give a likelihood ratio

interpretation. Let A; - - - A and Bj - - - By, be random. Then the alignment
A AAy - Ay
B\B;--- By

has under distribution p, ; probability

k
]:[NA&,B.'
=1

and under distribution £, &, it has probability

k
[T¢a:és.
1=1

The Neyman-Pearson likelihood ratio for determining if the alignment is from
Ha,b versus £, & is

k

k k
(H#Ai,3i> /HéA;fBl = 225
=1

il im1 fAiéBi

This is the statistic for the best hypothesis test of the hypothesis of distribution
{1ta,p} versus {€,&}. We decide in favor of {4 5} When the ratio is large. Of
course, with s(a, b) defined in Equation (11.12),

s(A) = Z s(As, B;)

i=1

k

HA; B;

= lOgl/pl_[ o
=1 éAiéBi
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Therefore, large scores s(A) under s determined by Equation (11.12) correspond
to best hypothesis tests for the composition of the alignment. When all (})
intervals are maximized over, the intuition remains in that we are choosing the
largest of all possible likelihood ratios.

11.3 Extreme Value Distributions

If we have a Poisson distribution of arrivals in time with intensity A > 0, we mean
that we have an arrival distribution with

e—At(/\t)k

P(k arrivals in [s, s + t)) = o

No arrivals in [0,t) has probability e™*¢, and if W= time until the first arrival,
then

P(W >t)=e M
or
P(W e A) = / e~ Mdt,
A
The mean time until an arrival is

E(W) = 1/\.

The distribution W is known as the exponential distribution with mean 1/A.

In our studies of the longest run of heads and the longest run of matches,
our interest is in the maximum of the collection of random variables. There is a
classical theorem for this problem.

Theorem 11.18 Let X, X,,..., X, ... be iid with distribution function F. Let
Y, = max{X,, Xs,..., X,}. Assume there are sequences a,, > 0,b, > 0 such
that, for all y,

lim n{l — F(an + bny)} = u(y)

n— 00

exists. Then
lim P(Y, < an + bpy) = e~ W),

In our problem, F(t) =1 —P(W >t) = 1 —e* and
n{1 = F(an +b,y)} = ne ey,
soif a, = log(n)/Aand b, = 1/,

n{l — Fan + boy)} =e7¥
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and

| log(n) | ¥\ _ o
nlinchD<Y”< 3 +X =e .
This is a so-called Type I extreme value distribution, and Y,, has the same

distribution as
log(n)/A+ V/A,

where

—~1

PV<t)=e*
Remarkably, the mean
E(Yx) = log(m)/A + E(V)/A = log(m)/A + 7/,
where v = 0.5722 . .. is the Euler-Macheroni constant. On the other hand,
N 2
Var(lrsnizgn W;) = Var(V)/A

= (r?/6)/ X’

is independent of m. This is very different from the Central Limit Theorem where
-7 | Wi has mean mIE(W) and variance m Var(W).

We return to the longest run problem. R, is the length of the longest headrun,
where p = P(Heads). Each headrun is preceded by a tail and has length m with
probability ¢p™, ¢ = 1 — p. There are approximately nq tails in n trials so that

R, ~ max Z;,
1<i<ng
where Z; is geometric and P(Z; = m) = ¢p™. Also, it is an exercise that
Z; = |W;] where W, are iid exponential random variables with mean 1/},
A = log(1/p). Therefore it follows that

R, ~ { max WiJ .
1<i<ng
As noted above, the maximum of iid exponential random variables is an extreme
value random variable. Letting V' denote a random variable such that P(V < t) =
exp(—e™*), R, should satisfy

R, = {log(ng)/A + V/A].
Hence,

log(n E(V

E(R,) ~ g(A q)+ (A)_
_log(ng) | v
=1 T

N —

’

N -

1
= log,,(n) +log,,,(q) +v/A — 2
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where 1/2 is Sheppard’s continuity correction. Integerizing continuous random
variables decreases the mean. For p = ¢ = 1/2, the approximation is (log(n) +
¥)/A — 3/2. Applying the same approach to the variance, Var(R,) ~ m2/6A? +
1/12. Here the 1/12 is Sheppard’s correction for variance and Var(V') = 72/6.
Integerizing continuous random variables increases the variance.

Although it is not entirely routine to rigorously establish this heuristic, it can
be done for a more general case.

Theorem 11.19 Let A, A,,... By, By, ... have ud letters and let 0 < p =
P(A; = By) < 1. Let

R, (k) = max{m : A,y; = Biy; forl =1 to m except for at
most k failures, 0 < i <n —m}.
Then for A = In(1/p),

E(R.(k)) = log,,,(qn) + klog, ,, log, ,,(qn)
+(k)log,,,(q) —log,,,(k!) + k + /A = 1/2+ 11(n) + o(1)

and
Var(R,(k)) = 72 /6)2 + 1/12 + r2(n) + o(1),
where, for§ = 12/,

Iri(n)] < (27)7'0"2e0(1 — e7%)2

and
Ir2(n)] < (1.1 +0.76)(26"/2e%(1 — %) 73).

Note that the bounds are about equal to 1.6 x 107 (or 3.45 x 10~*) for the
mean and 6 x 1073 (or 2.64 x 1072) for the variance when p = 1/2 (or 1/4). The
striking feature of the variance being approximately constant with n is derived
from the extreme value distribution.

The next question of interest to DNA sequence analysis is whether these results
carry over to matching with shifts. This is answered in the affirmative by the next
theorem.

Theorem 11.20 Let Ay, As,...,B1, B> ... have iid letters and let 0 < p =
]P(A] = B]) < 1. Let

H,(k) = max{m : Ay, = Bjy, forl = 1tom fails at most

k times, for some 0 <i,5 <n —m}.
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Then
E<H‘n(k)) = 10g]/p(qn2) + klog]/p logl/p(qnz) + klogl/p(Q)
v 1
—log;,,(k!) + k + 332 +r1(n) + o(1),
and

2 1
I3Vl + I +7r(n) + 0(1).

The functions r{(n) and 7;(n) are bounded by the corresponding functions of
# in the statement of Theorem 11.18. DNA sequences do not always have equal
lengths, and a more general theorem exists with n2 replaced by nny, the product
of the lengths of the sequences. A necessary condition is log(n;)/ log(n2) — 1.
It is also possible to present these results in the case of Markov chains or even
m-dependence.

Var(H,(k)) =

114 The Chen-Stein Method of Poisson Approxima-
tion

There is a connection between the Poisson distribution and the exponentials of
the last section. In fact, the extreme value distribution V has tails P(V > t) =
1—e ¢ m~1—(1-et) =et, whichis P(Z = 0) for Z distributed Poisson
mean 1. As we will see, this is no accident. Just how the Poisson is connected to
long headruns will be detailed later, but it should be clear that whereas the Central
Limit Theorem and its generalizations are widely known, only the simplest limit
theorem is known for the Poisson. The random variable of interest is the sum of
Bernoulli random variables.

Theorem 11.21 Let Dy ,,, Dy, ..., D, ,, be independent random variables with
P(D;p=1)=1-P(D;, =0) = p; n. If

(1)

lim max{p;,:1<i<o00}=0

and

(ii)

lim » pin=A>0,
1=1

then

n
W, = Z D; ,, converges in distribution to Z,
1=1

where Z is Poisson with mean .
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This is the so-called law of rare events, which is restricted to the sum of indi-
cator events. A fruitful direction for generalization lies in relaxing the assumption
of independence. The origin of the theorem we will present lies in work of Stein,
who gave the Central Limit Theorem based on a functional-differential equation.
Chen later applied Stein’s idea to Poisson approximation. A difference equation
characterizes the Poisson in the following manner. Define the operator L on
functions f by

(Lf)z) = Af(z +1) - zf(a).

Then E((Lf)(W)) = 0 for all f such that E(Z f(Z)) < oo if and only if W is
distributed as Poisson(A). The beauty of this approach is that it allows explicit
error bounds.

Let I be an index set, and for each ¢« € I, let X; be an indicator random
variable. Because X; indicates whether or not some event occurs, the total
number of occurrences of events is

W:E:&.

i€l

It seems intuitive that if E(X; ) = P(X; = 1) is small and |I|, the size of the index
set is large, then W should have an approximate Poisson distribution as is the
case when all the X;, i € I, are independent. In the case of dependence, it seems
plausible that the same approximation should hold when dependence is somewhat
confined. For each i, we let J; be the set of dependence for ¢; that is, for each
1 € I, we assume we are given a set J; C I such that

Xi is independent of { X}, j &€ J.. (Condition I)

This assumption will be referred to as Condition I. Define

b= ) E(X)E(X;)

i€l jEJ;

and

b2 = Z Z IE(X,X])

i€l i#jelt;

Let Z denote a Poisson random variable with mean A, so that for k =
0,1,2,...
L

k!

Leth:Z* — R, where Z+ = {0,1,2,.. .}, and write || || = sup, >, |h(k)|-
We denote the total variation distance between the distributions of W and Z by

P(Z=k)=e

|W - Z||= sup |EA(W) —EA(Z)| =2 sup |P(W € A) — B(Z € 4)|.
[IR]l=1 ACZ+
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A more general version of the following theorems can be proven. The general
approach is known as the Chen-Stein method.

Theorem 11.22 Let W be the number of occurrences of dependent events, and
let Z be a Poisson random variable with EZ = EW = \. Then under Condition

I
1 —e?

IW = Z]) < 206y + b2)—;

S 2(b1 + b2)7
and in particular
IP(W =0) — e < (b1 +b2)(1 - ™)/

The second theorem is a process version of the Poisson approximation which
is useful when we have to use the entire process of indicators { X4 }aer-

Theorem 11.23 For {Z,}acy, let Z, be independent Poisson random variables
with means po = E(X,). Assuming Condition I, the total variation distance
between X = {X o Yacr and L = {Zy} ae1 satisfies

1
7 IX = Z|| < 21 + 2b,.

This material is organized around the rigorous Theorems 11.22 and 11.23
guided by the Poisson clumping heuristic. The idea of the clumping heuristic
is that extreme events, such as large alignment scores, often occur in clumps
approximately at random, according to Poisson process. In the case of alignments,
the clumps are intersecting alignments. We can model this by a random number
of clumps with locations laid down by a Poisson process. The clump sizes are
modeled by another independent random variable. The analysis of pure headruns
that we give next will illustrate these ideas.

11.5 Poisson Approximation and Long Matche