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University of Washington
Abstract
The Evolution of Sex-Chromosome Systems in Stickleback Fishes
Joseph A. Ross

Chair of the Supervisory Committee:
Affiliate Assistant Professor Catherine L. Peichel
Department of Biology

The genetical and physical degeneration of sex chromosomes in many diverse
taxa has been described, yet the mechanisms initiating the degenerative process have not
been characterized extensively by studying young sex-chromosome systems. Following
the genetic identification of an XY pair in threespine sticklebacks, Gasterosteus aculea-
tus, I conducted sequence analyses and a cytogenetic characterization of the Y chromo-
some. | found that the chronologically young threespine Y has a nonrecombining region
that exhibits sequence characteristics expected of evolved sex chromosomes, including
an accumulation of repetitive sequence elements, reduced homology with the X, and
the presence of inversions and deletions. These findings fulfill predictions that repetitive
DNA and inversions might initiate loss of recombination on a sex chromosome. Efforts
to clone and sequence the threespine Y for further analysis have thus far yielded 1.9 Mbp
of sequence. My comparative cytogenetic studies have identified the presence of three
previously unknown heteromorphic sex-chromosome systems in stickleback species.
The identification of two independent X X, Y/XX systems having relationships to XY
sex-chromosome systems in sister taxa along with the presence of a ZW pair in stickle-
back species diverged less than twenty million years have stimulated research addressing
existing theories of sex chromosome-autosome fusions and will permit the characteriza-
tion of the transition between sex-chromosome systems and the genetic evaluation of the
role of chromosomal rearrangements in speciation. These findings reflect the lability of
sex-determination mechanisms and sex-chromosome systems in fish and strengthen the
stickleback family of fish as a model system in which to study the evolution of sex deter-
mination and sex chromosomes.
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PREFACE

It has been exciting and a pleasure to have helped develop stickleback fish as
model systems for studying the dynamic and unpredictable path that sex chromosomes
tread and to have been a part of the development of sticklebacks as model genetic and
genomic organisms. The process of refining and improving the techniques for cloning a
sex chromosome, creating custom computational tools for analyzing sequence data, and
developing FISH techniques for sticklebacks were particularly rewarding by allowing me
to explore diverse disciplines.

| feel particularly blessed to have developed a project that | was excited daily to
engage because | knew | could discover something exciting and novel at any point. While
I hate to leave behind so many questions, the answers to which seem to be just around
the corner, it is with great pride and satisfaction that | do so because it is as a result of my
research that these questions are possible for another generation in the Peichel lab to ask.

Joseph A. Ross
1 August 2008
Seattle, Washington
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Chapter 1. Background

As long ago as in ancient Greece, the mechanism of how an individual becomes
male or female was pondered. Parmenides suggested that the side of the womb an embryo
developed in defined its sex; Anaxagoras later countered that the side of the father’s testis
was the determining factor (Mittwoch 2005). Although we now know that sex is deter-
mined by a single gene that resides on the male-restricted Y chromosome present in most
mammals, recent findings have raised new questions to ponder.

The impact of sex determination on development is huge, causing an organism to
adopt a suite of sex-specific characteristics encompassing morphology, physiology, and
behavior. Thus, one might reasonably expect that sex-determination pathways would be
among the most highly conserved developmental processes. Yet, despite the broad ten-
dency for developmental genetic pathways to be conserved (Carroll 2000), genes initiat-
ing sex determination in some taxa are evolutionarily labile, such that closely-related
species appear to use different sex-determination triggers.

When a gene initiating male or female development comes into existence, the
chromosome bearing the sex-determining locus (a “sex chromosome”) must be restricted
to one sex, because a male- or female-determining locus, by definition, only exists in
members of a single sex. In many species, the chromosome containing a sex-determining
locus does not appear physically similar to its homologous chromosome. The physical
changes that take place on a sex chromosome are thought to be deleterious, but the wide-
spread presence of sex chromosomes suggests that benefits must exist to counteract the

costs of sex-chromosome “degeneration”.
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Thus, some of the key questions in the field of sex chromosome evolution at pres-

ent include how rapidly sex chromosomes degenerate, what physical mechanisms cause
degeneration, whether sex chromosomes become larger or smaller than their homologs as
a result of degeneration, and whether certain chromosomes are destined to be the site of
evolution of new sex-determination loci. Determining whether laws of sex chromosome
evolution can be defined will require the study of these questions in many disparate taxa
to identify trends in the evolution of sex chromosomes; my dissertation research address-

es these questions.

Mechanisms of Sex Determination

In general, the sex-determination pathway is initiated by a trigger, the sex-deter-
mination factor, that ultimately activates a sex-specific developmental pathway. Broadly,
sex-determination systems have been classified into two categories based on the type of
sex-determining factor: genetic sex determination (GSD) and environmental sex deter-
mination (ESD). Dioecious species use either GSD or ESD, or a combination of the two
(“polyfactorial”), to affect sex determination. In a polyfactorial system, as was reported
recently to exist in the bearded dragon lizard Pogona vitticeps (Quinn et al. 2007), one
system (ESD or GSD) supercedes the other: one system is effective under certain condi-
tions and the other system determines sex under other conditions. In ESD, a cue such as
temperature, pH, or social interaction establishes sex-specific development in an embryo.

In species employing simple GSD, the presence of a single sex-determining locus
defines the heterogametic sex, the sex that produces two types of gamete. One gamete
type carries the sex-determining locus and produces offspring of the heterogametic sex,
and one type causes offspring to develop as the homogametic sex. In male heterogamety,
the male sex-determining locus (SEX) is on a chromosome designated Y. The homologous

chromosome, called X, can be nearly identical to the Y except that it must, by defini-
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tion, lack SEX. Diploid males have a sex-chromosome constitution of XY and females of
XX. In an evolved sex-chromosome pair like in humans, the X and Y share only a small
region of homology called a pseudoautosomal region, in which obligate recombination
events occur.

In the case of a male-heterogametic GSD system, two genetic properties distin-
guish males (XY) and females (XX): males have a Y while females do not; males also
have a single X chromosome while females have two. When SEX acts in a dominant
manner, the Y carries a male sex-determining factor that is absent from the X. Thus, pres-
ence of an intact Y is sufficient to produce males. When SEX acts in a recessive manner,
the sex-determining locus might consist of a gene that has been mutated or deleted on
the Y, such that it is no longer active. Hence, sex is determined by the absence of a locus
on the Y. Males have a single active copy of this locus on the X, while females have two
copies, one on each of their X chromosomes. In a recessive XY system, the number of
X chromosomes directly or indirectly determines sex, as in the case of Drosophila. In a
female-heterogametic system, a female sex-determining locus resides on a sex chromo-
some designated W; its homolog is called Z; thus ZW organisms are female and ZZ are

male.

Identifying the Presence of GSD

Wilson was the first to note that the segregation pattern of a heteromorphic (vis-
ibly different in size or structure) chromosome pair in Hemipteran insects, such as the
beetle Tenebrio, corresponded with sexual phenotype in offspring (Wilson 1905). This
observation established that presence of a heteromorphic chromosome pair is evidence of
a genetic sex-determination system. Since 1905, many heteromorphic sex chromosome
pairs have been identified in diverse species. Visual differences that have been used to

distinguish the X and Y, or the Z and W, in some species include difference in relative
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chromosome length at metaphase, relative difference in centromere position, or difference
in heterochromatin content. In humans, for example, the Y is much smaller than the X
(Ross et al. 2005; Ross et al. 2006), while in the plant Silene latifolia, the Y is larger than
the X (Westergaard 1958; Vyskot and Hobza 2004).

One limitation of the visual, cytogenetic, approach to identifying the presence of
a GSD system is that not all sex-chromosome pairs are grossly heteromorphic. In medaka
fish, Oryzias latipes, which use an XY GSD system that evolved recently, the X and Y are
not grossly visibly different at metaphase (Matsuda et al. 1998). Such findings have sug-
gested that a GSD system evolves prior to the onset of sex-chromosome heteromorphy.
Furthermore, a heteromorphic pair does not predict the presence of a dominant sex de-
termining locus on the sex chromosome, as the Y chromosome in flies of the Drosophila
genus is heteromorphic compared to the X, yet the Y plays no role in sex determination
(Hackstein et al. 1996; Carvalho 2002).

Aside from cytogenetic identification of GSD by heteromorphy, another approach
to identifying GSD is to genetically map sex-determining loci. By establishing a cross be-
tween a male and a female, the segregation pattern of genetic marker alleles with sexual
phenotype can reveal whether alleles from a region on a male-specific chromosome (Y)
or female-specific chromosome (W) are inherited only by sons or daughters, respectively.
The utility of this approach is that it might identify GSD in situations where a heteromor-

phic pair has not yet evolved.

Vertebrate Sex-chromosome Systems

Most male mammals have an XY sex-chromosome pair (Graves 2006). Reinforc-
ing the assumption that sex-determination pathways should be highly conserved, a single
GSD system, on the order of 166-300 million years old (MYO) (Lahn and Page 1999;

Veyrunes et al. 2008), is common to almost all mammals. As the identity of a mamma-
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lian sex-determining factor is known, it has been possible to test species for the presence
of this gene. The gene SRY (Sex-determining Region of the Y) (Gubbay et al. 1990a;
Sinclair et al. 1990) was identified as a Y-limited gene in mice sufficient to cause male
sexual development; it is absent from XY mice that develop as females (Gubbay et al.
1990a; Gubbay et al. 1990b). Further studies in mice of the role of SRY described sex-
reversed XY females carrying de novo mutations in SRY (Berta et al. 1990; Jager et al.
1990). Supplying chromosomally female mice with mouse SRY leads to their develop-
ment into males (Koopman et al. 1991).

Although a heteromorphic XY pair carrying SRY is present in almost all mam-
mals, a few species interdigitated through the mammalian phylogeny do not seem to carry
SRY. It is likely that loss of SRY, perhaps accompanied by transitions to new sex-deter-
mination systems, occurred in these species. In the wood lemming Myopus schisticolor
(Fredga et al. 1976), the mole vole Ellobius lutescens (Just et al. 2002), Japanese spinous
country rats Tokudaia osimensis osimensis (Honda et al. 1977; Honda et al. 1978), and
akodon rodents (Hoekstra and Hoekstra 2001), the presence of XY females suggests that
the Y no longer controls male sex determination (Hoekstra and Edwards 2000).

Molecular evidence suggests that the XY system of mammals is 300 MYO (Lahn
and Page 1999), while phylogenetic evidence has suggested a more recent age of 166
MY. Metatherians (marsupial mammals) diverged from eutherians (placental mammals)
approximately 130 million years ago (MYA) (Just et al. 2002) and have SRY (Foster et al.
1992). However, prototherians (egg-laying mammals, comprising the duck-billed platy-
pus, Ornithorhynchus anatinus, and a few species of echidna), diverged about 210 MYA
(Woodburne et al. 2003; Grutzner et al. 2004a) but do not have SRY (Wallis et al. 2007;
Waters et al. 2007). These findings support the assertion that SRY arose less than 210
MYA, after the divergence of monotremes. The platypus has a heteromorphic sex-chro-

mosome system comprising ten chromosomes (Rens et al. 2004), some of which have



homology to both the eutherian Y and the bird W (Grutzner et al. 2004a). This unusual
configuration raises the question of whether the sex-chromosome system of monotremes
is evidence of an ancestral relationship between the XY system in mammals and the ZW
system in birds (Veyrunes et al. 2008).

Aside from mammals, heteromorphic sex-chromosome pairs are also widely
found in birds, reptiles, and amphibians (Schartl 2004b). In birds, the W is small and het-
erochromatic and shares a small homologous region with the Z, much like the pseudoau-
tosomal regions of the human X and Y (Smith and Sinclair 2004). However, the chicken
and human sex chromosomes do not share a common set of genes and hence are not
syntenic (Nanda et al. 1999), and SRY is not present in birds (Mizuno et al. 2002). These
results suggest the independence of the bird and mammal GSD systems and the conver-
gent evolution of characteristics of their sex chromosomes. While the bird sex-determin-
ing factor has not been identified, a candidate gene approach identified the presence of
DMRT1 only on the Z chromosome, raising the possibility that a dosage-sensitive GSD
system might be at work (Nanda et al. 1999; Shetty et al. 2002). However, it is still un-
known whether the bird sex-determination locus acts in a dominant or recessive manner.

Some species of lizards and amphibians use XY or ZW GSD. Of particular in-
terest is the Japanese frog Rana rugosa, in which XY and ZW systems exist in distinct
populations of the same species (Miura et al. 1998). Many snakes also have a heteromor-
phic ZW pair, as birds do. Because of the close relationship of snakes and birds in the
vertebrate phylogeny (Smith and Sinclair 2004), it was thought that the bird and snake
ZW pairs were related. The same ZW pair is present in birds (Shetty et al. 1999), but a
different ZW pair is shared by snakes (Matsubara et al. 2006). Because the sex-determin-
ing mechanisms within mammals, birds, and snakes are conserved, these are not systems

in which the evolution of sex determination is easily studied.
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In contrast, sex-determination systems in fishes are very labile (Devlin and Naga-
hama 2002) and comprise the broadest range of systems found in vertebrates, including
ESD and GSD. Many independent XY and ZW systems exist in fishes. Occasionally, both
are found in closely related species, indicating that one or both systems recently evolved.
Several instances of X, X,Y systems, in which two chromosomes (the X, and X,) segre-
gate opposite the Y, have also been reported, as have XY,Y, and W, W_Z systems (refer-
ences in (Devlin and Nagahama 2002)).

Polygenic GSD systems, in which multiple genes appear to contribute to sex de-
termination, also exist in fish. Notable model fishes for studying polygenic GSD include
tilapia from the genus Oreochromis and the platyfish, Xiphophorus maculatus. In two
species of tilapia, both XY and ZW systems appear to operate (Lee et al. 2004; Cnaani
et al. 2008); in some populations of the platyfish, X, W, and Y chromosomes are present
(Volff and Schartl 2001). Because sex-determination systems in fishes are so varied and
because they arise frequently (Mank et al. 2006), fish make excellent model systems in
which to study genetics of sex determination and the evolution of sex chromosomes.

However, the most established fish model systems for developmental biology and
genomics are also the least beneficial for studying sex determination. In the zebrafish,
Danio rerio, no environmental or genetic sex-determination factors have yet been identi-
fied, and no heteromorphic sex-chromosome pair has been found (Daga et al. 1996; Sola
and Gornung 2001). A sex-determination locus was recently mapped in one species of
pufferfish, Takifugu rubripes (Kikuchi et al. 2007), but not in another, Tetraodon nigro-
viridis (Li et al. 2002), and a lack of cytogenetic tools for pufferfish has prevented visual

assessment of a heteromorphic pair (Gritzner et al. 1999; Fischer et al. 2000).



Evolution of Sex-determining Factors

How does GSD initially evolve? How do genes take on the role of initiating sex
determination? What kinds of genes can become sex-determining factors? Common
features of GSD pathways have become apparent through the study of GSD in fruit flies
of the genus Drosophila, in the worm Caenorhabditis elegans, and in mammals and fish.
The sex-determining pathway of Drosophila melanogaster, a species with XY GSD, is
initiated by the splicing factor Sex-lethal (SxI), which controls sex-specific splicing of
transcription factors such as Transformer 2 (Tra2) and Doublesex (dsx) (Lucchesi and
Skripsky 1981; Penalva and Sanchez 2003). C. elegans uses an X-counting XX/XO
system, in which the number of X chromosomes determines sex (XO individuals being
male and XX being hermaphrodite). In this species, the transcription factor XO-lethal
(Xol) initiates the male sex-determining pathway upstream of transcription factors Tra2
and male-abnormal 3 (mab3) and also plays a role in dosage compensation (Miller et al.
1988).

From these findings, patterns have emerged. Xol and SRY are both transcription
factors, raising the question of whether transcription factors are commonly used to initi-
ate sex determination. Also, while worms and flies use different sex-determining genes,
parts of the pathways downstream of Xol and Sx| are conserved (Figure 1). Both genes act
upstream of Tra2, and dsx and mab3 are members of the same gene family, whose dis-
tinguishing characteristic is the presence of a DM (Dsx and Mab3) domain. Further, SRY
in mammals acts upstream of the transcription factor SOX9 and the gene DMRT1 (Dsx
and Mab3-Related Transcript) and evolved from the transcription factor SOX3, a gene in
the same family as SOX9 (Foster and Graves 1994). Upstream lability in these sex-de-
termination cascades is juxtaposed with downstream stability of the factors affecting sex

determination across a broad range of taxa, from insects to vertebrates.
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Aside from SRY, one other sex-determining factor in a vertebrate is known: DMY
(DM-domain on the Y) in the medaka fish O. latipes (Matsuda et al. 2002; Nanda et al.
2002). DMY originated as a duplicate copy of the DMRT1 gene and retained its function
as a transcription factor while taking on the novel function of initiating male sexual de-
velopment. While SRY arose by divergence and DMY by duplication, both are transcrip-
tion factors that evolved from genes downstream in the sex-determination cascade. These
similarities support the hypothesis that sex-determining genes tend to be duplicate cop-
ies of downstream sex-determination pathway genes (Wilkins 1995). Such genes might
already have appropriate tissue expression patterns and timing and the ability to regulate
transcription of other downstream genes, allowing them to take on the role of initiating

sexual development. This proposal has provided many hypotheses to test and has been

Figure 1. Conservation of genetic sex determination across taxa.
Adapted from (Cotinot et al. 2002). Relative positions of genes in the sex
determination pathways of humans (black), Drosophila melanogaster
(blue) and Caenorhabditis elegans (red) are shown in the top panel. The
bars below signify the extent of homology in pathways in the three clades.
In “Mammal”, the mammalian GSD pathway (black bar) converges on the
fly and worm pathways at Dmrt1, which is homologous to Dsx (blue bar)
and Mab3 (red bar). The pathway in “Fly” (blue bar) shares homology with
the worm pathway (red bar) starting at Tra2, and the same is true from

the perspective of the “Worm” pathway (red bar). While none of the most
upstream genes have homology to sex pathway genes in other species, the
pathways all converge by using a Doublesex and mab3-related transcript
(Dmrt) family gene.
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the foundation for many ongoing attempts to characterize novel sex-determining genes in
vertebrates to determine whether they are transcription factors related to downstream sex-

determination pathway genes.

Sex-chromosome Evolution

Studies of the independent sex chromosomes of mammals and medaka suggest
that before their sex-determination genes existed, the X and Y chromosomes were au-
tosomal pairs. In mammals, the Y chromosome is much smaller than the X and has lost
many of its coding regions, accumulated mobile sequence elements and repetitive DNA,
and experienced numerous intrachromosomal rearrangements (Kuroda-Kawaguchi et al.
2001; Tilford et al. 2001; Repping et al. 2002; Skaletsky et al. 2003; Noordam and Rep-
ping 2006; Ross et al. 2006). The many physical differences between the extant X and
Y have resulted in an almost complete lack of homology between the two, despite being
referred to as homologous because of their ancestral relationship. This last vestiges of the
relationship between the X and Y are evident in the pseudoautosomal regions (Graves
2006).

Determination of the DNA sequences of the human X (Ross et al. 2005) and Y
(Skaletsky et al. 2003) allowed identification of a small number of genes in common,
indicating that the X and Y were once truly homologous chromosomes. Reconstruc-
tion of the chromosomal rearrangements that led to the extant structures of the X and Y
determined that the ancestral autosome pair that became the X and Y contained the SOX3
gene. The X still contains a copy of SOX3, but the Y-borne allele diverged and became
SRY (Foster and Graves 1994). Once SRY adopted a role initiating male sexual develop-
ment, the autosome pair became an X and Y.

SRY arose around 166-300 MYA, but DMY in the medaka arose much more

recently, about 10 MYA (Kondo et al. 2004), allowing a comparison of two vertebrate
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sex chromosomes of different ages. Sequence analysis of the medaka Y revealed that
DMY evolved from a duplicate copy of the DMRT1 gene that is located in a 260 kbp
block of DNA originating from an autosome (Naruse et al. 2004; Kondo et al. 2006).

The duplicate DMRT1 gene, apparently free from evolutionary constraint as has been
suggested to be the case for duplicate genes (Lynch and Conery 2000; Lynch and Force
2000), acquired a role in initiating male sex determination. At that point, the chromosome
harboring DMY became the Y. The duplicated block of DNA containing DMY harbors the
only differences between the medaka X and Y (Schartl 2004a). While the medaka sex-
chromosome pair is not grossly heteromorphic (Matsuda et al. 1998), the presence of the
duplicated block can be distinguished using molecular cytogenetics (Nanda et al. 2002).

The correlation between GSD and sex-chromosome heteromorphy has prompted
much effort to be directed toward understanding the consequences of carrying a sex-de-
termination gene to a sex chromosome. Theoretical studies suggest that sex-determination
loci (generically referred to as SEX from here; I will assume that SEX resides ona Y
chromosome in the hypothetical examples to follow) arise near other genes with alleles
having sexually antagonistic (SA) effects, where there is a benefit to males and cost to
females of carrying one allele (Charlesworth and Charlesworth 1978; Bull 1983b; Rice
1987b; Charlesworth et al. 2005) (Figure 2A). Such genes are thought to be common in
nature (Rice 1992).

For example, a SA gene might have an allele producing reproductive coloration
necessary for males to acquire mates, but imposing a disadvantage by making them more
prone to predation. In guppies, for example, 17 of 18 genes controlling coloration traits
map within 10 cM of the sex-determining locus (Winge 1927). Such an allele could only
be advantageous in males. If a female were to express the reproductive coloration allele,
there would be no enhancement of her mating ability and she would still incur the cost of

displaying attractive coloration, resulting in a net fitness loss. Evolutionary pressure to
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prevent SA genes from entering the homogametic genome selects for reduction of recom-
bination around SEX and nearby sexually-antagonistic genes. The complete linkage of a
male-beneficial SA allele to SEX ensures that the entire region will be transmitted only to

the heterogametic sex (Figure 2B).

IR FrotoX
T Proto-Y

/\

Gl x Gl x
A
L ] GEAEDeE»
A A
SEX SAgene
3 \
x ¢ N\ x DG
C Y VoV,
-ﬂ—* Y \_j Y w C T
ausbvys X3S SEX SAgene
Structural Conformational
V VYV/ LV VWVAV VWY V.V V
: e e—
U J U J
Y Y
Male-Specific Y (MSY) Pseudoautosomal

Figure 2. The evolution of degenerate sex chromosomes.

Recombination in an autosome pair (the proto-X and proto-Y) can occur across its length
(represented by a dashed “X””). When a sex determining locus (SEX) arises (A, arrow to the left), it
may do so near a gene with sexually antagonistic alleles (SA gene). The evolution of SEX defines
the chromosome carrying it as the Y, and the homologous chromosome the X. At this point, males
are XY and females are XX (A, arrow to the right). The benefit of maintaining the association
between the male-determining gene and the nearby male-beneficial allele of the SA gene provides
evolutionary pressure to reduce recombination between the two loci. The reduction of recombination
is hypothesized first to occur by one of two mechanisms: structural (B, arrow to the left) or
conformational (B, arrow to the right). In the structural mechanism, an inversion containing SEX and
the SA gene eliminates the local homology of the inverted region to the X, reducing recombination
in the inverted region of the Y. In the conformational mechanism, an accumulation of repetitive
sequence elements (black triangles) triggers heterochromatin formation (black bar) around SEX

and the SA gene, preventing recombination with the X. Recombination events between the X and

Y are now restricted to other regions of the Y, while in females recombination still freely occurs
across the X chromosome (C). After recombination is initially reduced in the region around SEX|
additional inversions and repetitive sequences can accumulate in a cycle (C), ultimately resulting

in a’ Y chromosome (D) containing repetitive sequence elements and multiple, perhaps nested,
inversions. Recombination events between the X and Y are restricted to a region of the Y called a
pseudoautosomal region.
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Reduction of recombination around SEX has been identified in many taxa (Fraser
and Heitman 2005), including the medaka fish (Kondo et al. 2001), and plants such as
papaya, asparagus, and the black cottonwood (Ma et al. 2004; Telgmann-Rauber et al.
2007; Yin et al. 2008), suggesting its generality as a sex-chromosome characteristic.
However, sex chromosomes never become completely free of recombination, as this
would present serious consequences for chromosome segregation at cell division because
each chromosome pair must recombine to segregate faithfully in meiosis. Instead, sex-
chromosome recombination events tend to be restricted to pseudoautosomal regions, in
which obligate recombination events occur (Figure 2C and 2D), except for in species
lacking male recombination such as Drosophila.

The evolutionary benefit of sexual reproduction (recombination) is widely debated
(Felsenstein 1974; Barton and Charlesworth 1998; Agrawal 2006). Although recombina-
tion can produce new beneficial combinations of alleles, it may also disrupt adaptive gene
complexes. Thus, whether the increase in genetic variation that recombination affords is a
benefit of sex is still an open question (Rice 2002); sexual reproduction in yeast has been
shown to allow rapid adaptation to harsh environments (Goddard et al. 2005), suggesting
a benefit of sex under selective conditions. One further benefit of recombination is that,
following mutation in an individual, it can restore mutation-free combinations of alleles
in subsequent generations. Given the apparent value of recombination in evolution, car-
rying a non-recombining region is detrimental to a sex chromosome. Lack of recombina-
tion facilitates the eventual degeneration of a sex chromosome into a heteromorphic state
(Figure 2D).

Non-recombining regions tend to accumulate mutations (point mutations, mobile
sequence elements, and deletions) through the processes of hitchhiking and Muller’s
ratchet (reviewed in (Charlesworth and Charlesworth 2000)). In hitchhiking, mutations

occurring in linkage with a beneficial locus (as in a non-recombining region containing
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SEX and sexually-antagonistic genes) will go to fixation as the beneficial locus sweeps
through a population. Muller’s ratchet states that, in a finite population of non-recombin-
ing Y chromosomes where each might contain any number of mutations, there is a pos-
sibility in each generation that the chromosome with the fewest mutations will be lost by
drift. In the absence of recombination, the chromosome with the fewest mutations cannot
be regained once lost. Thus, mutations, including mobile sequence elements, inevitably
accumulate in nonrecombining regions.

The early process of gain of mobile sequence elements in a non-recombining
region might cause an increase in sex-chromosome size relative to its homolog, while the
later stages of degeneration, in which genetic material is lost through deletions mediated
by the presence of a large amount of repetitive DNA, might cause the sex chromosome
to decrease in size. This is the “addition/attrition” hypothesis (Graves 1995) and explains
why the presence of a heteromorphic chromosome pair in a karyotype is sufficient to
infer the presence of GSD. However, young sex chromosomes, such as the medaka Y,
might not yet exhibit gross heteromorphy (Matsuda et al. 1998). In such species, genetic
mapping is necessary to determine the presence of GSD. For this reason, a relatively poor
idea of the extent of GSD among species exists, as many sex chromosomes studied to
date were identified by virtue of sex chromosome heteromorphy.

Genes on the sex chromosome might eventually be lost through mutation or
deletion with little consequence if dosage compensation evolves (Jablonka and Lamb
1990; Charlesworth 1996). The human Y has lost many of the genes it originally had;
these genes are still present on the X. Thus, while males only have one copy of the genes
on their X, females have two X chromosomes and twice the dosage of X-borne genes.
Changes in gene dosage are often deleterious, as in the case of haploinsufficient genes,
and it would likely have been disadvantageous for human males to have half the X gene

dosage of females were it not for the evolution of dosage compensation. In humans, this
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process entails transcriptional inactivation of one X chromosome during early develop-
ment of females so that the expression level of X-borne genes is the same in females and
in males (Lyon 1961; Plath et al. 2002). Other solutions to the issue of dosage imbalance
caused by sex-chromosome degeneration or loss have been employed, such as hypertran-
scription of the single male X in Drosophila (Meller and Kuroda 2002) and repression of
transcription by one-half of both X chromosomes in hermaphrodite C. elegans (Meyer

and Casson 1986).

Mechanisms of Reduced Recombination

Reduction of recombination has been identified on many sex chromosomes
around SEX loci, but determination of the mechanisms initiating this loss has been elu-
sive. The first of two hypotheses as to how recombination might be reduced (Jablonka
and Lamb 1990) (Figure 2C) suggests that an increase in heterochromatin around SEX
(the conformational hypothesis), possibly due to accumulation of mobile sequence ele-
ments, could exclude the molecular machinery necessary for homologous recombination
to occur. The second suggests that an accumulation of chromosomal inversions contain-
ing SEX (the structural hypothesis) causes the Y to be locally non-homologous to the X
and eliminates the substrate for homologous recombination. Distinguishing these two
possibilities has been difficult. In the case of the extensively characterized mammalian
Y, which has existed for hundreds of millions of years since SRY arose (Lahn and Page
1999; Veyrunes et al. 2008), the degenerative process has eliminated the signatures of the
earliest events on the Y chromosome that would tell us what processes occur on young
vertebrate sex chromosomes.

Complicating matters, the conformational and structural hypotheses are not mutu-
ally exclusive, although one surely acts first. It is possible that repetitive sequences act

both to generate an area of heterochromatin, causing a local reduction in X-Y recombina-
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tion, and to facilitate ectopic intrachromosomal recombination events leading to an intra-
chromosomal inversion, which then prevents the larger region contained in the inversion
from recombining with the X. In this larger region, more mobile elements would be free
to accumulate via Muller’s ratchet, perpetuating the cycle (Figure 2C). Thus, it is neces-
sary to study newly evolved sex chromosomes to disentangle these two hypotheses, to
define the early steps of vertebrate sex-chromosome degeneration, and to determine the
processes that facilitate it.

Many molecular studies have shown an increase of mobile elements on sex
chromosomes; cytogenetic or genetic evidence of inversions on sex chromosomes is less
frequently reported. In species with young sex-chromosome systems, it is thought that
Y-chromosome inversions arose subsequent to loss of X-Y recombination in S. latifolia
(Bergero et al. 2008). In the medaka, the interchromosomal duplication of a block of
DNA containing the DMRTL1 gene, which later evolved to become DMY, led to loss of
recombination within the block (Schartl 2004a). Thus, structural changes caused loss of
recombination around the sex-determination locus of the medaka but not in S. latifolia.

If an inversion suppresses X-Y recombination and allows accumulation of mu-
tations, including additional inversions, then the older inversions on the Y may harbor
alleles more diverged from the X than the Y alleles found in more recent inversions. In
humans, these “evolutionary strata” were identified by comparing the positions and diver-
gence of X-Y allele pairs, demonstrating that a series of inversions produced a stepwise
loss of recombination between the X and Y (Lahn and Page 1999) and raising the distinct
possibility that a nonrecombining region will increase in size over time. The mammalian
Y is too old, however, to distinguish whether inversion was the first step in the decline of
the Y.

Thus, to study the evolution of a young sex chromosome, it would be advanta-

geous to use genetic mapping to identify a system in which GSD is present but where the
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sex chromosome has not yet degenerated to the point of being heteromorphic. In such a
system, it might be feasible to clone the nonrecombining region of a nascent sex chromo-
some to assess the genetic, sequence and physical characteristics of a young sex chromo-
some and to identify the sex-determination factor. In my dissertation research, | have used
the threespine stickleback fish, Gasterosteus aculeatus, and closely related stickleback

species to study the evolution of genetic sex determination and young sex chromosomes.

Sex Determination and Sex Chromosomes in Stickleback Fishes

The threespine stickleback is a small teleost fish found in freshwater, marine,
and anadromous populations in temperate and sub-polar environments of the Northern
hemisphere. The stickleback has been used as an ecological, behavioral, and evolutionary
model system for years because of the variety of morphological and behavioral differ-
ences present in the many different populations that reside in a variety of environments
(Bell 1994). Recently, many molecular and genetic tools for the stickleback have been
developed, including genome-wide microsatellite genetic markers (Peichel et al. 2001),
expressed sequence tag (EST) and bacterial artificial chromosome (BAC) libraries (King-
sley et al. 2004), transgenic tools (Hosemann et al. 2004), and a completed genome
sequence of a female (XX) individual (The Broad Institute 2006).

Previous cytogenetic studies of stickleback species sought the presence of het-
eromorphic pairs. In the first survey of sticklebacks, Chen and Reisman concluded that
threespine sticklebacks do not have a heteromorphic sex-chromosome pair (Chen and Re-
isman 1970). However, they found that the sister species to the threespine stickleback, the
black-spotted stickleback (G. wheatlandi), has a heteromorphic XY pair; the threespine
and black-spotted sticklebacks are about 10 MY diverged (Bell 1994). The ninespine
stickleback, Pungitius pungitius, and brook stickleback, Culaea inconstans, were not

found to have heteromorphic pairs; A ZW pair was reported in the fourspine stickleback,



18
Apeltes quadracus (Chen and Reisman 1970). The phylogenetic relationships among the
stickleback species, as well as cytogenetic data on chromosome number and presence
of heteromorphic pairs available at the point where | began my studies, is shown in the
“1970” panel in Figure 3.

Although no visible sex chromosomes had been reported for threespine stickle-
backs, sexually-dimorphic alleles were identified at the isocitrate dehydrogenase (Idh)
locus and at nearby loci (Withler et al. 1986; Griffiths et al. 2000). Genetic mapping of
sex determination in threespine sticklebacks (Peichel et al. 2004) revealed a non-recom-
bining region of a male-specific chromosome harboring a male sex-determining locus,
defining the threespine stickleback as having XY GSD and raising the possibility that

the threespine and black-spotted sticklebacks share the same SEX locus. Fossil record

1970 Present
Sex Chromosome: Sex Chromosome:
A. B. Species 2n System LG Hetero? System LG Hetero?
_ Threespine 42 — — No XY 19 Yes
G. aculeatus
_ Threespine  — — — — X XY 9,19 Yes
Japan Sea (M 2n=41)
Black-spotted 42 XY — Yes X XY 12,19 Yes
—] G. wheatlandi (M 2n=41)
[J] [J]
3 _ 3 Ninespine 42 — — No XY 12 Yes
[¢] [¥] iti
7 _\ 7 P. pungitius
o o
o - o Brook 46 — — No — — No
& & C. inconstans
) )
_ 1 Fourspine 46 ZW — Yes ZW — Yes
A. quadracus

Figure 3. Phylogeny of North American stickleback fishes.

Phylogenetic topology (A) from (Mattern 2004) and (B) from (McLennan and Mattern 2001; Mattern and
McLennan 2004)) and summary of previous cytogenetic findings in 1970 (data from (Chen and Reisman
1970)) and at present, incorporating (Peichel et al. 2004; Ross et al. in preparation; Shapiro et al. in
preparation; Ross and Peichel in press). The common and scientific name of each species is given, along
with the diploid number of chromosomes (2n), type of sex determination system, linkage group (LG) to
which SEX maps, and presence of a heteromorphic pair. In the two X, XY species, females have the diploid
chromosome number reported in 1970; the number of chromosomes in males (M) is listed. — indicates that
no data are available.
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evidence suggests that the threespine stickleback (XY) has been diverging from the
fourspine stickleback (ZW) for only twenty million years (Bell 1994). The homomorphy
of the threespine stickleback XY chromosome pair suggested that the XY system might
have evolved recently enough that the threespine Y had not yet degenerated sufficiently to
appear heteromorphic. Further, presence of XY and ZW GSD in two species less than 20
MY diverged suggests that at least one of those systems evolved in that time.

I have used the stickleback fish to study the sequence and cytogenetic character-
istics of vertebrate sex chromosomes. In Chapter 2, I will describe the identification of
XY GSD in the threespine stickleback by Catherine Peichel and my subsequent sequence
analyses of their XY pair. These findings are followed in Chapter 3 by a description of
my efforts, along with Amanda Bruner, to clone the threespine X and Y as a resource
for sequencing the chromosomes and identifying the sex-determination locus. Chapter 4
contains my cytogenetic evaluation of the threespine Y, in which I showed that it exhibits
many physical differences compared to the X. Chapter 5 describes my molecular cyto-
genetic experiments, informed by additional genetic mapping studies in sticklebacks by
Catherine Peichel, Michael Shapiro and Jun Kitano, that probe the evolution of GSD and
sex chromosomes in other stickleback species. Finally, Chapter 6 offers a summary of
my findings and suggests future avenues of investigation that the data I report here have
made possible. Altogether, my studies have provided empirical evidence to support key
theoretical models of the field and have laid the groundwork for more extensive dis-
section of evolution of sex-determination systems and sex chromosomes in stickleback

fishes.
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Chapter 2. Characteristics of an XY Pair in Threespine
Sticklebacks

Introduction

A genome-wide set of microsatellite markers for the threespine stickleback was
developed to aid in the search for the genetic basis of adaptation in vertebrates (Peichel
et al. 2001). Catherine Peichel also used these markers to look for a locus controlling
male or female sexual development (XY or ZW GSD) in genetic crosses by genotyping
and phenotyping the individuals in the crosses and then testing for linkage of a region of
the stickleback genome with the phenotype of male or female sex. The resulting linkage
analysis has been published previously (Peichel et al. 2004). In the same report, | con-
ducted analyses of homologous sequences from the nonrecombining region of the Y and
X to determine whether characteristics of more evolved sex chromosomes can be found
on the threespine Y. This chapter summarizes Peichel’s mapping study and then focuses

on my contributions to this published work.

Materials and Methods

Idh genotyping: PCR reactions consisted of: 1x PCR buffer, 1.5 mM MgCl,, 0.25
mM each dATP, dCTP, dGTP and dTTP, and 0.25 units AmpliTaq DNA polymerase (all
from Applied Biosystems), 5 ng stickleback genomic DNA or 5 pg BAC DNA, and 10
pmol of each primer of a pair. The primer pair designed to the 3’ UTR of 1dh comprises:
5’-GGGACGAGCAAGATTTATTG-3’ and 5’-TTATCGTTAGCCAGGAGATGG-3’. The
cycle sequence protocol was: 95°C 2 min, 56°C 1 min, 72°C 2 min; five cycles of 94°C 1
min, 56°C 1 min, 72°C 2 min; 29 cycles of 90°C 1 min, 56°C 1 min, 72°C 2 min; 72°C 5

min; store at 4°C on MJ Research thermal cyclers. PCR products were analyzed on a 2%
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agarose gel, stained with ethidium bromide, in 1x TBE buffer. A 302 bp Idh product band
is produced from an X chromosome; a 270 bp band is produced from a Y chromosome.

Genetic mapping: The genetic markers, cross and techniques used have been
previously published (Peichel et al. 2004; Ross and Peichel in press). Additionally, the
marker Gal (Griffiths et al. 2000) was mapped in this cross.

Sequence sources: BACs CH213-101E8, CH213-169J23, CH213-160009 and
CH213-119K 16 were sequenced to completion at the Stanford Human Genome Cen-
ter and are available from GenBank using accession numbers AC144485, AC144486,
AC144487 and AC144488, respectively.

Assembly of BAC sequences: The region of overlap, containing the Idh gene,
between a pair of Y chromosome BAC clones (CH213-119K16 and CH213-169J23) and
a pair of X clones (CH213-101E08 and CH213-160009) was identified by comparing the
two members of each pair using the computer program cross_match (Green 1999). Once
the orientation of both sequences in a pair was confirmed to be parallel, the region of
overlap was removed from the sequence of one clone, and then the two clone sequences
were combined into a single sequence representing both BAC clones originating from
one chromosome (X or Y).

Production of a homologous pair of sequences from the X and Y: 5’ or 3’
sequence in the assembly from one chromosome lacking homologous sequence in the
assembly of the other chromosome was identified by comparing the X and Y assemblies
using cross_match (Green 1999). Any sequence at the 5” and 3’ ends of both the X and Y
assemblies that was not flanked on both sides by a region of at least 5000 bp homology to
the other chromosome was removed.

Homology plots: The global pairwise alignment of the X and Y clone sequence
assemblies was produced using the computer program VISTA (Mayor et al. 2000), with

settings of 95% stringency and a 100-bp window size. The X and Y sequence assemblies
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were subjected to pairwise analysis using the “compare” computer program and visual-
ized in dot plot form using “dotplot” (Wisconsin package v. 10.2-UNIX) using the set-
tings of 95% stringency and 100 bp window size.

Gene identification: Genes present on the assembly of Idh BAC sequences
from the Y were identified by BLASTing (Altschul et al. 1990) the assembly against the
GenBank non-redundant database. Representative mRNA of five genes from other spe-
cies were aligned to the Y chromosome sequence using the program sim4 (Florea et al.
1998) and the exon positions of these gene are shown in Figure 6. The gene sequences
used in the alignment were: human Semaphorin 4B (Sema4B; NM_020210.2), zebrafish
C2H2 zinc finger protein (Znf; NM_199792.1), zebrafish NADP-dependent isocitrate
dehydrogenase (Idh; NM_199564.1), human Ras protein-specific guanine nucleotide-
releasing factor 1 (Rasgrf; NM_002891.3) and rat Band 4.1-containing protein (Band 4.1;
XM_230513.2).

Repeat analysis: Characterized multicopy sequence elements were identified
using the computer program RepeatMasker (Smit et al. 2004). Multicopy elements
unique to the threespine stickleback Y sequence assembly were identified by BLASTing
(Altschul et al. 1990) the masked Y sequence against itself; the coordinates of multicopy

sequences greater than 200 bp in length were then added to the Vista plot.

Results

Genetic mapping reveals an XY GSD system: In two families from a cross
totaling 699 F2 fish, a single locus segregating with the phenotype of male sex (SEX) is
associated with alleles inherited only from the male parent (Peichel et al. 2004). This is
shown in the genetic map of linkage group (LG) 19 in male and female threespine stick-

lebacks (Figure 4) and defines the threespine stickleback as having an XY GSD system.



LG 19
Male meioses

cM
0.0==y=— Stn303

LG 19
Female meioses

0.0==p— Stn303

22.9==— Stn185

P + 33.0 Stn186
4
7
4
39.4 =g Sin185 2/
7
4
7/
V4
7
4
7
/’ P 51.2== Stn193,ldh
35 ——b— Stn186 / - 5]1.8==f==Stn194
53.5 tnl - - 53.7 e Stn191
-~ 54 ] meg— Stn192
- _ bAg=t=— a1
g »°
60.2 == Si{n188, - - -
Stn193,ldh ~* ~ >
Stn194, _ >
Stn191, >
Stn192,
Gal
SEX

Figure 4. Linkage maps of the threespine stickleback X and Y chromosomes.

The maps are based on meiotic recombination events in males and females. The positions

of genetic markers on the X and Y are given in centiMorgans (cM). Stn188 is only
polymorphic between the X and Y chromosomes, so it could not be mapped on the X. SEX is
nonrecombinant with markers at the bottom of the male LG19 (Y).
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The genetic distances between markers on the female LG19 (i.e., the X chromo-
some, right side of Figure 4) reflect X-X recombination events that occurred in the female
parent of the cross, while the distances on the male LG19 (the Y chromosome, left side
of Figure 4) are based on X-Y recombination events in the male parent. A difference in
LG19 recombination rates between male and female meioses is particularly evident when
comparing the genetic distances between Stn303 and Stn186. In females, the genetic
distance between these markers is 33.0 centimorgans (cM), while in males this region is
53.5 cM. However, this difference is not due to an overall increase in recombination rate
in males, because the distance between another pair of loci on the same chromosome pair,
Stn192 and Stn193, is also sexually dimorphic, with the distance in females (2.9 ¢cM) be-
ing larger than in males (0 cM).

This result demonstrates that some markers separated by recombination events on
the X are nonrecombinant with each other on the Y. Recombination is increased at the top
of the threespine Y linkage map (Figure 4), giving the appearance of a pseudoautosomal
region to which X-Y recombination is restricted, and suppressed around SEX. Four F2
individuals were putative recombinants between sex phenotype and genotype, placing the
SEX interval at the bottom of the linkage map of the Y. Later studies I performed (Chapter
4) called into question the validity of the genotypes or phenotypes of these four animals,
raising the possibility that they were either sex-reversed or were mis-phenotyped. Thus,
the position of SEX relative to the non-recombining region of the Y, the Stn186-Gal
interval, is unclear at present.

The Y allele of the Idh gene is nonrecombinant with SEX in the threespine Y
genetic map; this agrees with prior findings that the Idh protein is sexually dimorphic
in threespine sticklebacks (Withler et al. 1986). Cloning and sequencing of Idh cDNA
from threespine sticklebacks led to the discovery of a 31-bp deletion from the 3’ un-

translated region (UTR) in the Y allele (Peichel et al. 2004). This discovery allowed the
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development of a polymerase chain reaction (PCR) assay for genetic sex of threespine
sticklebacks, in which XX females produce a single 302-bp band but males produce both
the 302-bp band (X) and a 271-bp band (Y) that can be easily discerned by agarose gel
electrophoresis.

Sequence assembly of the threespine stickleback Idh locus: To facilitate a com-
parison of sequence characteristics between the X and Y in a region of reduced recombi-
nation near SEX, four bacterial artificial chromosome (BAC) clones from the CHORI-213
(CH213) library (Kingsley et al. 2004) containing Idh, two with the X allele and two with
the Y allele, were sequenced to completion by the Stanford Human Genome Center. The
two X clones (CH213-101E08 and CH213-160009) are minimally overlapping at Idh,
as are the two Y clones (CH213-119K 16 and CH213-169J23), providing sequence from
homologous regions of the X and Y (Figure 5A). With these sequences, I determined

whether X and Y chromosomes have diverged at the sequence level and whether repeti-
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Figure 5. Assemblies of the X and Y chromosome Idh BAC sequences.

(A) Sequence of two CH213 X chromosome clones (red lines of arbitrary length) and Y clones (blue lines
of arbitrary length) were obtained and the region of overlap of the two X clones and the two Y clones, and
regions of homology at the ends of the X-Y pairs (vertical dashed lines), were identified. The X sequences
and Y sequences were then trimmed and assembled (arrow) to produce two sequences from the homologous
region of the X and Y (B).
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tive DNA elements have accumulated on the Y. These characteristics are expected of
degenerating sex chromosomes.

It was necessary to analyze only homologous sequence from each chromosome
in order to directly compare of the numbers of repetitive sequence elements on the X and
Y. To accomplish this, I first assembled the sequences of the two X BACs by removing
the region of overlap, containing the Idh gene, found on both BAC sequences and then
joining the two sequences together. I assembled the sequences of the two Y BACs in the
same way. Then, to find the regions in these assemblies of homologous sequence from
the X and Y, I identified homologous “anchor” sequences >5000 bp in length by aligning
the X and Y assemblies using cross_match (Green 1999). The 5’-most and 3°-most X-Y
homologous anchor sequences that contained no known repetitive DNA, ascertained by
RepeatMasker (Smit et al. 2004), defined the 5’ and 3’ ends of the X and Y assemblies
that I used in subsequent analyses. The resulting sequence assemblies were 229,012 bp
(X) and 316,654 bp (Y), suggesting that the sequence surrounding the Idh locus on the Y
is 38% larger than the homologous sequence on the X.

Global alignment plot of X-Y homology: The degree of homology between the
X and Y sequences was displayed using the program Vista (Mayor et al. 2000). In the
plot of a global pairwise alignment between the X and Y, the Y chromosome sequence
coordinates are plotted along the X axis, and the percent identity of each 100 bp window
of Y sequence to the X is plotted as the shaded area (Figure 6). I identified exon posi-
tions of genes on the Y by alignment of representative mRNA from other species to the
Y assembly. A striking feature of this plot is that in some regions, particularly in areas
containing coding regions, X-Y identity is near 100%, while there are many stretches of
Y-chromosome sequence having no identity with the X greater than 50%. Overall, the X

and Y have 63.7% identity in this alignment.
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Figure 6. Vista plot of the X and Y Idh BAC sequence assemblies.

The Y chromosome coordinates are plotted on the horizontal axis, and the percent identity of the Y to the
X is shown in the pink shaded area plotted on the vertical axis. Positions of genes are shown as horizontal
arrows along the top of the plot, and exon positions are shown as vertical blue bars. Positions of repetitive
sequence elements are shown as colored boxes along the top of the plot. “Novel” elements are those that |
identified as being present in more than one location on the threespine stickleback Idh contig assembly Y
sequence but not on the X sequence.



Table 1. Repeat content on the threespine X and Y at Idh.
The X and Y sequence assemblies at Idh were analyzed for the presence of mobile and repetitive DNA
elements using RepeatMasker. For each assembly, the number of individual elements, the cumulative
sequence length of that class of element, and the percentage of the sequence assembly that the class
occupies is given.
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X chromosome sequence (229,012 bp) | Y chromosome sequence (316,654 bp)
Repeat Length % of total Length % of total
Type Number (bp) sequence Number (bp) sequence
SINE 0 0 0 4 210 0.07
LINE 0 0 0 13 12070 3.81
LTR 0 0 0 1 623 0.20
DNA 2 97 0.04 3 498 0.16
Simple
Sequence 47 1884 0.82 60 3796 1.20
Total 49 1981 0.86 81 17197 5.44

Characterization of repetitive sequence elements: The Y chromosome sequence

is 38% larger than the X sequence; insertions on the Y or deletions from the X could

explain the interstitial losses of homology shown in the Vista plot as well as the change in

homologous sequence length. My evidence suggests that insertions on the Y, not dele-

tions from the X, are the cause of these characteristics. RepeatMasker (Smit et al. 2004)

analysis of the Y chromosome sequence assembly identified many repetitive and mobile

sequence elements on the Y not found on the X. These are quantitated in Table 1 and their

positions are shown in colored boxes above the Vista plot in Figure 6.

As expected, the number of non-mobile repetitive sequence elements, such as

simple sequence elements (microsatellites and low complexity regions), do not dif-

fer greatly between the X and Y, although the content of such regions is greater on the

Y. However, the numbers of mobile sequence elements, the short and long interspersed

nuclear elements (SINEs and LINES) and retroviral elements with long terminal repeats

(LTRs), are greater in the Y than in the homologous region of the X, in which no ele-

ments of these classes are found, supporting the conclusion that they are accumulating in

the nonrecombining region of the threespine stickleback Y chromosome.
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X and Y dot plots: To illustrate the difference in repetitive sequence content of
the homologous regions of the Y and X, I produced dot plots (Figure 7). In these plots,
the coordinates of the two sequences are plotted on the X and Y axes. Each 100 bp
window along the X axis is compared with all 100 bp windows along the Y axis; when

identity of at least 95% between a X and Y window exists, a dot is plotted on the graph.
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Figure 7. Dot plots of Idh sequence assemblies from the X and Y.

(A) Comparison of the X sequence to itself demonstrates no repetitive sequences. (B) Comparison of the Y
sequence to itself demonstrates presence of repetitive sequences not present on the X. (C) Comparison of
the X and Y sequences with positions of a putative Y deletion (vertical bar) and Y insertion (horizontal bar)
indicated.
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In Figure 7A, the X chromosome sequence is compared to itself. The solid diagonal line
indicates that each sequence window on the X is identical to itself; any multicopy se-
quences would appear as off-diagonal dots or lines, depending on the size of the element.

Such multicopy elements are evident in Figure 7B, the comparison of the Y
sequence to itself. The expected diagonal line indicates the identity of each window
to itself; the off-diagonal dots and lines to the left of the diagonal indicate positions of
multicopy elements at least 100 bp in size with at least 95% identity to each other. For
example, the horizontal row of dots at about 290 kb indicates that one sequence is found
twice around 80 kbp, once at 160, once at 210 and twice around 270 kbp. Also, the ap-
proximately 10 kb-long diagonal line at about 210 kbp indicates a large tandem duplica-
tion. The presence of off-diagonal dots only on the Y plot indicates the accumulation of
multicopy elements on the Y chromosome but not the X chromosome.

By their nature, self dotplots like these can identify duplications but not deletions.
To ascertain the presence of deletions or insertions on the Y relative to the X, I also pro-
duced an X-Y dot plot. In Figure 7C, the Y sequence is plotted along the horizontal axis,
and the X sequence along the vertical axis. If the X and Y were completely homologous,
a strong diagonal line would be seen. This plot illustrates that the 5’ and 3’ ends of the X
and Y sequences are homologous to each other for at least 10 kbp, as I had required when
the sequence assemblies were produced. Between these regions of homology, there are
discontinuities. At no position on the Y sequence is there more than one homologous se-
quence on the X, that is, there are no off-diagonal lines in Figure 7C, because multicopy
elements have accumulated only on the Y but not the X.

One cause for the discontinuity in the diagonal line is that, as mentioned earlier,
the Y sequence is longer than the X sequence, necessitating gaps in this plot of homology.
For example, a horizontal black bar in Figure 7C indicates a region where about 15 kbp

of sequence present on the Y has no homologous sequence on the X, hence a Y-chromo-
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some insertion. The coordinates of the tandem duplication in Figure 7B correspond to
the position of this putative insertion, confirming that it is not a deletion from the X. A
vertical black bar indicates the position on the X of sequence having no homology to the
Y. While this might be a Y chromosome deletion, it is more difficult to say with certainty
that it is not an insertion of sequence on the X. However, if it was an X insertion, it was
not caused by a local duplication because the sequence is unique to the region of X se-

quence analyzed.

Discussion

Genetic mapping has revealed the presence of XY GSD in the threespine stickle-
back, and the genetic maps of the X and Y chromosomes illustrate differences expected
of a sex chromosome and its homolog: restriction of recombination around SEX and an
increase in recombination in a pseudoautosomal region of the Y (Figure 4). My analysis
of 316 kbp of Y sequence containing the Idh gene and the homologous 229 kbp from the
X has demonstrated that an increase of multicopy sequence elements on the Y has led to
a reduction of X-Y homology (Figure 6) as well as an increase in size of the Y relative to
the X around this locus (Figure 7C).

This last finding supports the addition-attrition hypothesis (Graves 1995), which
addresses the dynamic nature of size differences between a sex chromosome and its
homolog. A period of addition of multicopy elements in a nonrecombining region of a sex
chromosome could cause it initially to increase in size relative to its homolog. However,
because old sex chromosomes are typically smaller than their homologs, it is thought that
increased multicopy element density eventually facilitates intrachromosomal rearrange-
ments and deletions. Young sex-chromosome systems are not often identified and charac-

terized, but this analysis of threespine Y sequence validates part of the addition-attrition
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hypothesis that suffers from a dearth of empirical evidence: that a chronologically young
sex chromosome can increase in size relative to its homolog in a nonrecombining region.

However, the dynamic nature of addition to and attrition of a sex chromosome
makes it difficult to assert which occurred first and whether addition or attrition may be
simultaneously occurring at other sex chromosome loci. The identification of an increase
of mobile sequence elements in the nonrecombining region of a Y chromosome also
supports the conformational hypothesis of reduced recombination (Jablonka and Lamb
1990). Nevertheless, a comparison of X and Y sequences at the Idh locus showed no evi-
dence of inversions. The search for evidence of inversions on the threespine stickleback
Y chromosome to support the structural hypothesis of reduced recombination awaited my

development of molecular cytogenetic techniques for sticklebacks (Chapter 4).
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Chapter 3. Cloning the Threespine Stickleback X and Y
Chromosomes

Introduction

I endeavored to identify a minimally overlapping set of threespine Y-chromo-
some BAC clones spanning the nonrecombining SEX locus by chromosome walking in
the CH213 BAC library (Kingsley et al. 2004). Such a “minimum tiling path” (MTP)
of clones would be a useful resource for sequencing the male-specific region of the
threespine stickleback Y chromosome in order to identify the sex-determining factor. At
the same time, | also worked to identify a contig of BAC clones from the homologous
region of the X to facilitate a more extensive sequence-based comparison of the X and Y
than the one presented in Chapter 2. | generated the data in this Chapter with the assis-
tance of Catherine Peichel and Amanda Bruner.

I used the following general process for cloning. I first identified the genetic
markers most closely flanking the locus of interest (SEX); these markers defined the
boundaries of the nonrecombining genetic interval to clone. Next, | probed a library of
genomic clones with these flanking markers to identify sets of clones containing them. To
identify the two minimally overlapping clones extending the farthest in each direction at
each marker, I then identified how each clone in a set overlapped with the others. I ac-
complished this using PCR-based sequence-tagged site (STS) content mapping.

The rationale of STS content mapping is straightforward. An STS is any sequence
unique in the genome; I developed stickleback STSs by designing PCR primer pairs to
the end sequences of genomic clones identified during the cloning process. Such a primer

pair should PCR-amplify the same clone when it is provided as a template; the insert of
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any other BAC containing the same STS will also generate a PCR product. Using STSs
from the ends of many overlapping clones to type all the clones in a set allowed me to
identify the two clones extending the farthest in each direction from a probe (e.g. Figure
8). Such clones will have one STS that is present on most of the other clones; the other
STS will be unique to the contig, defining it as the farthest-reaching clone end.

Once | determined the physical relationships among a set of clones at one locus
(now a “contig” of clones) and identified the two least overlapping clones, the chromo-
some walking process began. New probes were designed to the STSs of the farthest-
reaching clone ends and hybridized to the clone library to identify additional clones. The
new sets of clones were STS-content mapped, new probes were made, and the walking
process continued. Chromosome walking initially takes place in both directions from two
markers because the direction to clone from one locus to reach the second is unknown.

While walking in both directions from two markers flanking the region of interest, even-
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Figure 8. STS content map of the Idh contig of CH213 BAC clones.

Each clone (horizontal bar) was determined to be from the X (red) or Y (blue) based on Idh genotype. The
vertical bar at each end of each clone represents an STS primer pair designed to each BAC end sequence.

If no such vertical bar is present, then the sequence of that end was not determined and no primer was
designed. Blue vertical bars indicate the amplification of a Y-clone STS using other clones as templates; red
vertical bars indicate the amplification of an X clone STS using other clones as templates. Circles indicate
positions where an STS was not present by PCR. Vertical black bars at the ends of 017F09, 169J23 and
101E08 indicate the farthest-reaching ends on the X and Y chromosome clone contigs that were later used
as library probes. Data provided by Catherine Peichel.
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tually one probe each from the two contigs will identify an overlapping set of clones,
indicating that the region of interest has been crossed by clones. The presence of two ge-
netic markers in the unified contig then orients the physical map of clones to the genetic
linkage map of markers. Once a MTP across the nonrecombining interval is identified,
the clones can be sequenced to search for candidate SEX loci. The clones can also be used
in transgenic approaches to confirm the role of a candidate gene in sex determination
(Chapter 6) and as fluorescence in situ hybridization (FISH) probes (Chapter 4).

In my approach, overgo probes (Ross et al. 1999; McPherson et al. 2001) were
designed to sequences flanking the microsatellites at each marker; these sequences were
obtained during the process of marker development (Peichel et al. 2001). The probes
were labeled radioactively and hybridized to the CH213 library filter set. As the CH213
library provides 20x coverage of the stickleback genome and was produced from a pool
of equal numbers of male and female sticklebacks (Kingsley et al. 2004), | expected to
find roughly one Y chromosome BAC for every three X chromosome BACs in the li-

brary.

Materials and Methods

BAC library screening: Radiolabeled overgo probes designed to the 3° UTR of
Idh and to the Stn191, Stn192 and Stn194 sequences were hybridized to CH213 BAC
filter sets (CHORI). Two Idh overgo pairs were used: 5°~-GGGACGAGCAAGATTTAT-
TGGCAA-3’ with 5’-GGACTGTCAAACGTATTTGCCCAAT-3’, and 5’-GATAGTCG-
GAAAGACATGAGGTGG-3’ with 5’-GTTGAGAGCTGTGCTTCCACCTCA-3’. The
following primers were used to generate overgo probes for:
Stn191 (GenBank Accession G72218): 5’-CCTTTTTTTTGTTCCTTACCTGTCCG-3’
and 5’-GACAAGGAGATCCATTGACGGACAGG-3’, Stn192 (GenBank Accession
G72319) 5’-AGCAAACAACGCCACACGTAACTG-3’ and 5’-CCAACAAGACGT-
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GAACCAGTTACG-3’, and Stn194 (GenBank Accession G72220) 5’-ACCAGCTC-
CCAGATACTCGCTGT-3’ and 5’-CTGGGTCCTGAGATAACAGCGAG-3’. To gener-
ate overgo probes to hybridize to the control anchor spots on the library membranes, the
following primers were used: 5’-GTTGCCAAATTCCGAGATCTTGGC-3’ and 5’-AT-
CATGTGGCTTCGTCGCCAAGAT-3".

To label the probes, 10 pmol of each overgo primer of a pair were combined with
water to total 5.5 uL. The overgo primer pair solutions were denatured at 80°C for five
minutes and incubated at 37°C for ten minutes and then placed on ice. To a denatured
overgo primer pair, 0.5 uL. 2 mg/mL BSA, 5 pCi each *?P-dATP and *P-dCTP, 1.5 units
of Klenow fragment of DNA polymerase | (Invitrogen), and 2 uL overgo labeling buf-
fer (0.25 M TRIS-HCI pH 8.0, 0.25 mM MgCl,, 0.05 M beta-mercaptoethanol, 0.1 mM
dTTP, 0.1 mM dGTP, 1 M HEPES-NaOH pH 6.6, 0.9 mM TRIS-HCI pH 7.4 and 0.06
mM EDTA) were added with water to total 10 uL. The labeling reaction was incubated at
room temperature for sixty minutes.

As many as two BAC library filters, arranged back to back or sandwiched with
nylon mesh, were prehybridized in a rotating hybridization bottle at 60°C in 25 mL pre-
warmed hybridization buffer (1 mM EDTA, 7% SDS, 0.5 M Na,HPO, ) for at least two
hours. All overgo probe reactions were combined and spun through a Sephadex Midi-
Select-D G50 column in Tris-EDTA (IBI, Peosta IA): each column was packed ina 1.5
mL microcentrifuge tube at 14 krpm for two minutes. The 1.5 mL tube was then replaced,
and the overgo reaction added to the top of the sepharose column. The reaction incubated
on the column for two minutes and was then centrifuged at 14 krpm for two minutes. The
purified probe mixture (the flow-through) was denatured at 95°C for ten minutes and then
placed on slushy ice. The denatured overgo probe mixture was then added to 25 mL pre-

warmed hybridization buffer. The prehybridization buffer was decanted from the hybrid-



37
ization bottle and replaced with the hybridization mixture containing the overgo probes.
Filters were hybridized with rotation at 60°C overnight.

Each hybridization bottle was then washed with 100 mL each: 60°C wash buf-
fer B (1 mM EDTA, 1% SDS, 40 mM Na,HPO,) for thirty minutes, 60°C wash buffer
2 (1.5x SSC, 0.1% SDS) twice for twenty minutes, and 60°C wash buffer 3 (0.5x SSC,
0.1% SDS) for twenty minutes. The membranes were removed from the bottle and rinsed
in 2xSSC. Each membrane was wrapped in plastic wrap and exposed to Kodak BioMax
MR film in a cassette with intensifying screen at -80°C for at least overnight.

STS content mapping by PCR: BAC DNA was prepared as described in Chapter
4. PCR primers were designed using default settings for primer3 (http://frodo.wi.mit.edu/
cgi-bin/primer3/primer3.cgi) with the following modifications: 18 to 22 bp oligonucle-
otides having 40% to 70% GC content and a 3 bp GC clamp. PCR was performed as for
Idh genotyping described above, with the following changes: 0.25 ng BAC DNA and 10
pmol of each forward and reverse primer of an STS were supplied.

STS content mapping by dot blot: To generate BAC dot blots to perform STS
content mapping by STS probe hybridization, BACs were miniprepped using the protocol
in Chapter 4. BAC preps were denatured at 94°C for five minutes and then placed on ice.
Approximately 20 ng of BAC DNA was spotted onto Hybond N+ nylon membrane (Am-
ersham) in a gridded layout. In addition to CH213 or CH215 BAC clones to be assessed
for STS content, clone 001A01 from the RPCI124 library was also added to two control
anchor spots in the grid to facilitate orientation of the autoradiograph to the grid later.
After spotting DNA, the membrane was allowed to air dry on blotting paper and was then
crosslinked to the DNA with ultraviolet light using a Stratagene Stratalinker with its auto-
matic crosslinking setting.

Primers used to generate RPCI24-001A01 probe were forward 5’-GGCAAAATC-
GAAAATCACATGG-3’ and reverse 5’-CTTGAAAATCATGCCTTCTCC-3". Probes



38
were generated by PCR using the Idh PCR protocol in Chapter 2 with the addition of 25
UCi of *2P-dATP or *?P-dCTP. Primers used were BAC end sequence STS primers de-
signed for STS content mapping, and the PCR template for each probe PCR was the BAC
the STS originated from. The radiolabeled probes were then column-purified and dena-
tured using the overgo BAC library screening protocol above.

Dot blots were placed into glass hybridization bottles and the membranes wet-
ted with 2x SSC. The SSC was replaced with 65°C Church buffer (1% BSA fraction V, 1
mM EDTA, 0.5M phosphate, 7% SDS) and the blots prehybridized at 65°C with rotation
for two hours. Denatured probes were added to 25 mL aliquots of 65°C Church buffer,
and the prehybridization buffer was replaced with this hybridization buffer. The probes
were allowed to hybridize at 65°C with rotation for up to eighteen hours. Blots were then
washed with 65°C 2x SSC for fifteen minutes and with 65°C 0.1x SSC/0.1% SDS for
thirty minutes. Blots were then exposed to film using the overgo BAC library screening
protocol.

Genotyping: BAC or genomic DNA was PCR-amplified using a fluorescently
labeled forward Stn194 primer 5’-6FAM-ACACTCTGCTCTCGCTCCG-3’ and an unla-
beled reverse primer: 5’-TGGAAAGGCTTACTGTTCCG-3’. Final PCR reactions con-
sisted of: 1x PCR buffer, 1.5 mM MgCl,, 0.25 mM each dATP, dCTP, dGTP and dTTP,
and 0.5 units AmpliTaqg DNA polymerase (all from Applied Biosystems), 5 pg BAC DNA
or 10 ng genomic DNA, and 2.5 pmol of each primer. The cycle sequence was the same
as for Idh PCR genotyping above. Each reaction was diluted 1:10 in water, and 1/200th
of the dilution analyzed on an Applied Biosystems 3100 Genetic Analyzer using POP-4
polymer and 36 cm capillary array. Genotyping data were analyzed using GeneMapper V.
3.7 software (Applied Biosystems).

Stickleback genomic DNA preparation: A single pectoral or caudal fin was

placed into a microcentrifuge tube containing 600 uL of digest buffer (10 mM TRIS pH



39
8.0, 100 mM NaCl, 10 mM EDTA pH 8.0, and 0.5% SDS) and 0.2 pg proteinase K was
added. The reaction was mixed and incubated at 55°C for 18 hours. Genomic DNA was
isolated by phenol:chloroform extraction and ethanol precipitation and quantitated by

spectrometry.

Results and Discussion

CH213 library initial screen: In the initial CH213 BAC library screen, per-
formed by Catherine Peichel, four probes were used: Idh, Stn194, Stn191 and Stn192.
Despite the additional number of markers in the nonrecombining SEX region of the Y
(Figure 4), the lack of evidence of X-Y heteromorphy supported the assertion that the
genetic order of markers on the X and Y were the same and that chromosome walking in
both directions from four marker loci would allow efficient cloning of the nonrecombin-
ing region.

Of the 21 CH213 BACs positive for the Idh probe, Peichel determined that fifteen
contained the X allele and six the Y allele by Idh PCR (Figure 8); nineteen BACs were
positive for the Stn194 probe. Ideally, | desired to identify separate BAC contigs for the
X and Y chromosomes at all loci. This is straightforward in situations where the members
of a contig are able to be assigned to their chromosome of origin by their genotype at the
marker probe locus, as was the case for clones positive for Idh.

I thus genotyped nine Salmon River (British Columbia) males and ten Salmon
River females at Stn194 to determine whether sex-specific alleles existed. The Stn-des-
ignated markers are microsatellite markers and typically consist of a long dinucleotide
repeat. These markers are variable because of the propensity for replication errors adding
or removing repeat units from the microsatellite tract; microsatellite genotyping relies on
discrimination of the lengths of these tracts on the homologous chromosomes of an indi-

vidual. The Salmon River fish were chosen because they represent the population from
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which the CH213 BAC library was made and should have the same repertoire of alleles
as those found on the BACs.

The allele sizes of Stn194 in these individuals are shown in Table 2. In Salmon
River males, all but one had an allele in the 113-118 bp range, where only two of the fe-
males had an allele in this range; restriction of this range of alleles to the Y chromosome
had also been seen in genetic crosses genotyped by Catherine Peichel. As the concor-
dance between phenotypic sex and allele size is not perfect, | was unable to use these data
to assign a chromosome of origin to Stn194-positive BACs from CH213. However, clone
213-064F11 was found to have a 117-bp Stn194 allele, where 213-180B23 has a 76-bp
allele, making it likely that 213-064F11 is a 'Y clone and that 213-180B23 is an X clone.

Markers Stn191 and Stn192 are both Y-null in threespine crosses analyzed (Pe-
ichel et al. 2004). Markers might fail to amplify (be “null”) using PCR for two reasons:
deletion of the locus or polymorphism in the primer sites. Thirteen CH213 clones were
positive for Stn191 in the library screen, and five clones were positive for Stn192. Be-
cause these markers are both Y-null, it is not possible to determine whether any clones
positive in these screens are from the Y chromosome by genotyping as had been done for
clones containing Idh and Stn194.

CH213 Y cloning by STS content mapping: After the initial library screen for
CH213 clones containing Stn194, Stn192 and Stn191, | used the STS mapping approach
to construct BAC contigs at these loci. Both ends of the genomic insert of each BAC
clone were sequenced, generating two ~500-bp sequences from each clone (paired BAC
end sequences). Occasionally, due to poor template quality or DNA composition refrac-
tory to sequencing, one or no end sequence was obtained from a clone. The name given
to each BAC end sequence is composed of the name of the clone and the name of the
vector primer (either T7 or SP6) used in the sequencing reaction; each BAC has one T7

end sequence and one SP6 end sequence. Once | obtained end sequences from the clones



Table 2. Stn194 alleles in threespine sticklebacks.
Wild-caught males and females of the Salmon River population and Paxton Lake (British Columbia,
Canada) benthic type were genotyped at microsatellite Stn194 and the resulting allele sizes are given.
Presence of a single allele size could be due to homozygosity or hemizygosity at the locus. Also, Stn194
alleles of Stn194-positive CH215 BAC clones, which are derived from a Paxton benthic individual, are
given.

Population | Template Alleles
Salmon River | male 1 100, 107
male 2 113, 118
male 3 88, 116
male 4 76, 116
male 5 80, 116
male 6 107, 115
male 7 75, 116
male 8 107, 113
male 9 116
female 1 79, 82
female 2 77, 87
female 3 111, 121
female 4 85, 124
female 5 83, 118
female 6 85, 87
female 7 93, 121
female 8 97, 111
female 9 89, 93
female 10 79, 115
Paxton Benthic | male 1 90, 109
male 2 103, 109
male 3 96, 105
female 1 90
female 2 90
female 3 90
female 4 90
female 5 90, 96
CH215-021G06 90
CH215-022E09 105
CH215-031G12 90
CH215-041M19 |89
CH215-043P20 90
CH215-045C10 89
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Table 2, continued.

CH215-050F06 105
CH215-054G05 105
CH215-058117 90
CH215-059A18 90
CH215-064H12 90
CH215-070L23 90
CH215-089N07 89

in a contig, | designed a PCR primer pair to each BAC end sequence (the STS). Then,
each BAC from the contig was used as a template in PCR reactions with each primer pair
from the contig.

For the Idh contig of 21 CH213 clones, 33 of 42 end sequences were obtained; a
primer pair was designed for each. The STS content contig map of CH213 clones con-
taining Idh is shown in Figure 8. Some STSs from Y clones amplified only other Y clones
but not X clones, such as CH213-169J23T7, and some STSs of X clones only amplified
other X clones, such as those from CH213-112108. Finally, some X and Y clones shared a
common STS, such as CH213-048J09SP6 and CH213-119K16T7.

At the Idh locus, chromosome walking was initiated on the X chromosome from

STSs CH213-101E08T7 and CH213-017F09T7 (Figure 9). From 101E08T7, clone

Stn194 Idh
: |
CH213-180B23SP6 CH213-101E08T7
v CH213-017F09T7 v
CH213-030A07 ¥ CH213-170B01
CH213-122G12 CH213-175N21
CH213-126K02 CH213-096D2177
| l Vl
iCE -

Figure 9. BAC minimum tiling path (MTP) from Idh X chromosome walk in CH213.

The positions of genetic markers are given along the schematic of the X (long horizontal bar). Relative
positions of clones (short horizontal bars of arbitrary length) are shown. Black triangles indicate the clone
end sequence STSs used to identify the overlapping clone in the MTP. Regions in which available BAC
fingerprint maps (obtained by internet contig explorer, iCE) were used to extend the contig are indicated
with brackets.
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CH213-126K02 was identified. Using a restriction map-based set of BAC contigs de-
fined for the CH213 library available via the internet contig explorer (iCE, available from

Canada’s Michael Smith Genome Sciences Center at http://www.bcgsc.ca), clones with

overlapping restriction patterns to 126K02 were chosen and tested by PCR to confirm
their overlap. This effort extended the Idh-X BAC contig with CH213-175N21, CH213-
170B01, and CH213-096D21. An overgo probe was designed to the 96D21T7 STS, and
clones containing that probe were identified.

From 17F09T7, clone CH213-030A07 was identified; it was present in an iCE
contig with clone CH213-122G12, which was a clone identified in the initial library
screen as containing Stn194. Thus, using a combination of chromosome walking and
physical mapping data, | joined the Idh and Stn194 contigs with an MTP of three BAC
clones. I later learned, when the threespine stickleback female (XX) genome sequence
was made available (The Broad Institute 2006), that the Idh and Stn194 loci are about 500
kbp apart on the X, so the identification of a three-clone MTP was reasonable. 17F09 has
the X allele of Idh; the chromosomal origin of 030A07 is unknown. 122G12 has a 95-bp
allele of Stn194, which might be an X chromosome size (Table 2). I took an additional
chromosome walking step from Stn194 by probing the BAC library with probe CH213-
180B23SP6, the most distant STS from Stn194 in the direction opposite Idh; clones con-
taining this STS were identified. As 180B23 has a 76 bp Stn194 allele, it is possible that
this clone originated from the X. In all, the MTP of putative X chromosome BACs in the
contig containing Idh and Stn194 comprises nine clones (Figure 9).

I initiated a chromosome walk at the Idh locus on the Y using CH213-169J23T7
but not CH213-119K16T7 (Figure 10) because 169J23T7 didn’t PCR-amplify from X
clones (Figure 8) and may be Y-specific; thus, its use as a probe was expected to iden-
tify only Y clones. From 169J23T7, a contig of clones containing CH213-061K 15 was

identified; the SP6 end of 61K 15 was found to extend the farthest in the direction toward
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Stn194 and so was used to probe the library again. This effort identified a contig contain-

ing CH213-044F19. 44F19SP6 was used to probe the library one more time, and clones

positive for this probe have been identified. The present MTP of CH213 BAC clones

at Idh, originating from a 'Y chromosome probe, comprises four clones (Figure 10). At

Stn194, only three clones had a Y allele; no chromosome walking was conducted using

STSs from these BACs. CH213-034P19SP6 was the Stn194 BAC STS farthest reaching

away from Idh on the Y and might be a good choice for continued cloning on the Y in the

CH213 library.

At Stn191 and Stn192, only one step in each direction from the initial STS contig

of clones containing each probe has been accomplished (Figure 11 and Figure 12); the

Stn194
Y |

Idh
|

CH213-034P19
CH213-064F11

A 4

" CH213-119K16
CH213-169J23T7

CH213-061K15SP6 ¥
CH213-044F19SP6 ¥

Figure 10. BAC MTP from Idh Y chromosome walk in CH213.

The positions of genetic markers are given along the schematic of the Y (long horizontal bar). Relative
positions of clones (short horizontal bars of arbitrary length) are diagrammed. Black triangles indicate the
clone end sequence STSs used to identify the overlapping clone in the MTP.

Stn191
X |
CH213-042J11SP6

CH213-152003SP6 v
v

Figure 11. BAC MTP at Stn191 in CH213.
The positions of genetic markers are given along
the schematic of the X (long horizontal bar).
Relative positions of clones (short horizontal
bars of arbitrary length) are diagrammed. Black
triangles indicate the clone end sequence STSs
used to identify new clones in the chromosome
walk.

Stn192
X |
CH213-041112SP6

CH213-015H09SP6 v
A 4

Figure 12. BAC MTP at Stn192 in CH213.
The positions of genetic markers are given along
the schematic of the X (long horizontal bar).
Relative positions of clones (short horizontal
bars of arbitrary length) are diagrammed. Black
triangles indicate the clone end sequence STSs
used to identify new clones in the chromosome
walk.



45
clones identified in the screens have been identified but not yet STS content mapped. At
Stn191, the MTP comprises clones CH213-042J11 and CH213-152003, the SP6 ends of
which were used in a library screen. At Stn192, the MTP comprises clones CH213-41112
and CH213-015H09, the SP6 ends of which were used in a library screen.

STS content mapping complications: Several issues encountered when STS-
mapping contigs from a sex chromosome and its homolog can generate false-positive or
false-negative STS content data. By definition, an STS is unique in the genome and pres-
ent in all individuals; this may rarely be the case for sex chromosome STSs, particularly
when the X and Y chromosomes have diverged and when the Y might have accumulated
repetitive DNA elements. As mentioned above, X-Y sequence divergence could cause an
STS from one chromosome to appear null on the other. Additionally, in a BAC library
such as CH213 (Kingsley et al. 2004), which was created from genomic DNA of several
individuals, inter-individual polymorphism on the X and Y chromosomes could generate
the same effect. Critically, STSs must be free of multicopy sequences.

In the process of chromosome walking on threespine stickleback LG19, many
cases existed in which STSs did not appear to be common among the individuals used
to create the BAC library or were not unique in the genome. I assembled contigs manu-
ally from STS content data with the goal of minimizing the number of false-positive and
false-negative PCR reactions, but the contigs for each chromosome exhibited both issues.
It was common to see one STS not amplify a template when flanking STSs could amplify
from the same template; it was just as common to see one STS amplify from most of the
templates despite flanking STSs amplifying only a few BAC insert templates from the
contig. These complications made it very difficult to ascertain the relative order of STSs
along the X and Y.

To address the issue of false-positive signals, | used RepeatMasker (Smit et al.

2004) to screen BAC end sequences for known repetitive and mobile DNA elements.
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With these elements masked from BAC end sequences, it was more likely that STSs
would be unique. However, the likelihood of uncharacterized, perhaps stickleback-spe-
cific, multicopy elements being present might have prevented this approach from being
effective. To address this issue, | developed custom Perl scripts to identify portions of
BAC end sequences that were found multiple times in other BAC end sequences from
the STS contig mapping process. The recursive nature of the process of identifying which
BAC end sequences contained repetitive DNA made it likely that | would identify an STS
as multicopy after its use in STS content mapping or as a probe, reducing the feasibility
of employing the process | developed. Therefore, use of this approach required constant
rebuilding of all contigs upon receipt of each new batch of sequence information. Ulti-
mately, the lack of efficiency of the chromosome-walking process reduced its utility. The
process of STS content mapping on a sex chromosome would have benefited greatly from
a computer program designed to integrate the process of building BAC contigs based on
STS content data and also able to accept post-hoc data on the multicopy nature of exist-
ing STSs.

Not only is STS content mapping in a nonrecombining region fraught with per-
ils, but so is positional cloning. Positional cloning is most efficient when the marker
most tightly linked to the genomic region of interest is known and relies on recombina-
tion events to order genetic markers. As mentioned above, the relative order of Stn191,
Stn192, Stn194 and Idh has not been genetically determined for the Y chromosome, and
while a MTP of putative X clones spans the Idh and Stn194 markers (Figure 9), the contig
of putative Y clones extending from Idh has not reached Stn194 (Figure 10). Additionally,
the Stn191 and Stn192 BAC contigs are not oriented to each other or to the 1dh/Stn194
contig, meaning that the physical order of markers in the nonrecombining portion Y has

not been determined by chromosome walking. Finally, because Stn191 and Stn192 have
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Y-null alleles, no BACs from these contigs have been assigned as originating from the X
or Y by genotyping.

CH215 Y cloning by STS content mapping: One solution to the issue of inter-
individual polymorphism and false negative STS content data was to clone the male-
specific region of the threespine stickleback Y chromosome in the CHORI-215 (CH215)
BAC library. Unlike CH213, the CH215 library was generated from the genomic DNA
of a single individual, a Paxton Lake (British Columbia) male (Kingsley et al. 2004). The
population of Paxton Lake sticklebacks has low allelic diversity, suggesting that it might
be easier to identify single alleles common to the X or the Y.

The process of cloning the X and Y in the CH215 library began the same way as
in the CH213 library: with the assistance of Amanda Bruner, | conducted a library screen
using overgo probes for Idh, Stn194, Stn191 and Stn192. Clones positive for these probes
are given in Table 3. As in the Salmon River population used to make the CH213 library,
the same Idh sexual dimorphism exists in Paxton fish, meaning that BACs containing Idh
are able to be assigned to the X or Y by PCR. Five CH215 BACs were positive for Idh:
four had the X allele and one the Y allele.

Thirteen CH215 clones contained Stn194. Given the expectation of lower allelic
diversity than the CH213 Salmon River population, I determined whether X- and Y-spe-
cific allele sizes of Stn194 could be found in the Paxton population. Genomic DNA from
three Paxton males and five females were genotyped with the Stn194 marker (Table 2).
All of the Paxton females had alleles below 100 bp, and each male had at least one allele
greater than 100 bp. I therefore concluded that >100 bp alleles of Stn194 are Y-limited
in this population. The thirteen BAC clones were then genotyped for Stn194, and three
clones had 105 bp alleles, while the rest had 89 or 90 bp alleles. These allele sizes are
similar to those seen in the Salmon River population but exhibit less diversity. | con-

cluded that the 105-bp allele defines three CH215 clones as originating from the Y; the



Table 3. Initial CH215 BAC library screen clones.
The clones positive in screens for each of four LG19 genetic markers are given, as are their chromosomes
of origin (X or Y), if they were possible to determine by genotyping.

Marker

Clone

Chromosome

Idh

002H23

X

021M12

045E22

066H11

084C16

XXX

Stn191

018F11

033G07

061D15

067E15

Stn192

031M11

031M12

044F06

063E17

080E21

082G13

089B09

093P07

Stn194

021G06

022E09

031G12

041M19

043P20

045C10

050F06

054G05

058117

059A18

064H12

070L23

089NO7

XXX X|X|<[<|X]|X[X[X]|<]X
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segregation of this allele size on the Y had also been seen in mapping crosses genotyped
by Catherine Peichel.

Four CH215 clones positive for Stn191 and eight clones for Stn192 were identi-
fied. As these two markers are Y-null, the clones could not be assigned to the X or Y.

Due to the potential sensitivity of PCR to polymorphism, possibly causing false-
negative STS content results, Amanda Bruner and | supplemented our PCR-based ap-
proach with a dot-blot approach to STS content mapping. For the CH215 library map-
ping, we first performed PCR-based STS content mapping as we did for CH213. To
confirm the identities of the farthest-reaching BAC ends for each contig, we then arrayed
all of the BAC templates from a contig onto nitrocellulose membranes and then PCR-am-
plified and labeled the STS PCR products of interest and hybridized each to a membrane
containing the BACs from their contig of origin. As PCR probes are much larger than a
typical overgo probe, | reasoned that their hybridization to BAC templates would be less
sensitive to polymorphisms and perhaps give more robust STS content data.

For the Idh CH215 BAC contig (Figure 13A), STS mapping of the CH215 clones
with their own STS markers as well as those developed for the Idh contig in CH213,
in addition to dot blot hybridization, determined that CH215-021M12SP6 and CH215-
002H23T7 were the Stn194-proximal ends of Y and X chromosome clones containing
Idh, respectively.

For the Stn194 contig (Figure 13A), CH215-043P20T7 extends the farthest away
from Idh on the X; CH215-054G05T7 extends the farthest away from Idh on the Y. In
the Stn191 contig (Figure 13B), CH215-067E15SP6 and CH215-033G07T7 extend the
farthest in either direction, and in the Stn192 contig (Figure 13C), CH215-044F06T7 and
CH215-031M11SP6 are the farthest-reaching clone ends.

Probes designed to the farthest reaching STSs in each of the CH213 and CH215
contigs for Idh, Stn194, Stn191 and Stn192 (CH213-169J23T7 (Y), CH213-017F09T7
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(X), CH213-006M12SP6 (X), CH215-002H23T7 (X) and CH215-021M12SP6 (Y)
from Idh; CH213-180B23SP6 (X), CH215-043P20T7 (X) and CH215-064H12SP6 (X)
from Stn194; CH213-041112SP6, CH213-039J03T7, CH215-044F06T7 and CH215-
044F06SP6 from Stn192; CH213-042J11SP6, CH213-152003SP6, CH215-067E15SP6
and CH215-033G07T7 from Stn191) were then screened in the CH215 library and the
identities of positive clones assigned by PCR with the marker primers. The CH215-
054G05T7 and CH215-064H12SP6 STSs had been determined to be identical by se-
quencing, as had the CH215-044F06SP6 and CH215-031M11SP6 STSs.

The dot blot STS content mapping approach succeeded in providing what a PCR-
based assay lacked: binary data relating whether an STS is present on a BAC or not. The

vagaries of PCR often resulted in weaker or stronger product bands on an agarose gel and

A Stn194 Idh
X | - !
CH215-043P20T7 CH215-002H23T7
v v
Y | -- |
CH215-054G05T7 CH215-021M12SP6
v v
B C
Stn191 Stn192
] ]
CH215-033G07T7 CH215-031M11SP6
CH215-067E15SP6 v CH215-044F06T7 v
\ 4 \ 4

Figure 13. BAC MTPs from chromosome walks in CH215.

The positions of genetic markers are given along the schematic of the X and Y chromosomes (long
horizontal bars). Dashed areas indicate that the relative orientation of the Stn194 and Idh contigs are known
but the area between the two contigs has not been cloned. Relative positions of clones (short horizontal bars
of arbitrary length) are diagrammed. Black triangles indicate the clone end sequence STSs used to identify
new clones in the chromosome walk.
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in multiple bands in many cases, making results difficult to interpret; the dot blot hybrid-
ization assay typically produced either a strong hybridization signal or none at all.

While using the CH215 BAC library solved some problems encountered when
STS content mapping a sex chromosome, one key deficit remained: the inability to ef-
ficiently identify the chromosome of origin of any clone of interest. In particular, no
sex-specific polymorphisms were found in the Stn191 and Stn192 BAC contigs, prevent-
ing the identification of X- and Y-specific BACs in these contigs, although cytogenetic
experiments later demonstrated that Stn191 and Stn192 are Y-null markers because of a
large deletion on the Y (Chapter 4).

It was at this point in time that | received access to the genome sequence of a fe-
male (XX) threespine stickleback (The Broad Institute 2006), obviating the need to clone
the X chromosome and allowing me to focus on cloning only the Y. My demonstration
that the Y is 38% larger than the X around Idh (Peichel et al. 2004) raised the possibility
that, while a grossly heteromorphic sex-chromosome pair had not been identified in ear-
lier cytogenetic studies, it might be possible to use molecular cytogenetic techniques to
identify subtle physical differences between the X and Y. Thus, I worked to develop the
technique of FISH for stickleback fish to conduct a deliberate search for sex-chromosome
heteromorphy. As I will explain in the next chapter, the combination of X chromosome
sequence and the creation of a FISH-based physical map of the Y suggested that the
nonrecombining SEX interval was indeed too large to efficiently clone by chromosome
walking. The Peichel lab has since adopted new strategies for cloning and sequencing the

threespine Y; these are discussed in Chapter 6.
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Chapter 4. Cytogenetic Characterization of the Threespine
Y Chromosome

Introduction

Simple GSD, in which a single master sex-determination locus (SEX) initiates
sexual development, is often associated with the presence of a visible size difference (het-
eromorphy) in one chromosome pair. The association between GSD and heteromorphic
sex chromosomes was initially based on empirical data (Wilson 1905), and the corre-
spondence of phenotypic traits to distinct sex chromosomes was later used to support the
chromosomal theory of heredity (Morgan 1910; Bridges 1916). The association of GSD
and heteromorphy has been suggested to result initially from selection for reduced recom-
bination between linked sex-determination loci, followed by selection for reduced recom-
bination between SEX and linked genes with sexually antagonistic alleles (Charlesworth
and Charlesworth 1978; Bull 1983a; Rice 1987b; Charlesworth et al. 2005).

The reduction of recombination around sex-determination loci, seen in a plethora
of taxa (Fraser and Heitman 2005), allows for a degenerative process that involves the
accumulation of mutations and mobile sequence elements, intrachromosomal inversions,
and deletions (Rice 1987a; Jablonka and Lamb 1990; Charlesworth and Charlesworth
2000; Charlesworth et al. 2005; Steinemann and Steinemann 2005; Graves 2006). This
onslaught can drastically alter the amount of genetic material comprising the sex chromo-
some.

Sequence-based characterizations of the human Y chromosome have provided a
striking example of the outcome of this degenerative process. During the approximately

166-300 million years that the mammalian Y has been diverging from the X (Lahn and
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Page 1999; Veyrunes et al. 2008), the Y has experienced intrachromosomal inversions
(Tilford et al. 2001; Skaletsky et al. 2003) and deletions (Kuroda-Kawaguchi et al. 2001;
Repping et al. 2002; Noordam and Repping 2006) leading to the loss of function of most
coding regions on the Y (reviewed in (Ross et al. 2006)). Deletions are likely the pre-
dominant cause of human sex-chromosome heteromorphy, as the Y contains one-third
as much DNA as the X despite the addition of much repetitive sequence element content
(Skaletsky et al. 2003; Ross et al. 2005). The rich literature in mammalian sex-chromo-
some evolution, however, has not led to determination of the mechanisms that lead to the
initial reduction in recombination around SEX on a vertebrate sex chromosome.

Two hypotheses suggest how such a reduction in recombination around a sex-
determination locus might be achieved (Jablonka and Lamb 1990). The conformational
hypothesis suggests that an increase in heterochromatin around SEX due to accumulation
of mobile sequence elements would exclude the molecular machinery necessary for ho-
mologous recombination to occur. The structural hypothesis states that intrachromosomal
inversions or translocations containing SEX produce a region of the Y that is locally not
homologous to the X, thereby eliminating the ability to undergo homologous recombi-
nation. As the presence of mobile elements, inversions, deletions, and translocations on
evolved sex chromosomes has been observed (Jablonka and Lamb 1990; Charlesworth
and Charlesworth 2000; Charlesworth et al. 2005; Steinemann and Steinemann 2005;
Graves 2006), and because these two hypotheses are not mutually exclusive, determin-
ing whether these mechanisms act coincidentally or sequentially during sex-chromosome
evolution has been difficult.

Furthermore, because sex-chromosome degeneration eventually erases the mo-
lecular signatures of earlier events, it is not possible to identify the mechanisms underly-
ing the initial degenerative process by studying highly evolved sex chromosomes such as

the mammalian Y. Thus, to study the early steps in the evolution of vertebrate sex chro-
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mosomes, it is preferable to study a species in which GSD has arisen recently. Fish are
attractive organisms in which to study this process, because even closely related species
can use different sex-determination mechanisms (Devlin and Nagahama 2002). Such spe-
cies are likely to have sex chromosomes in the early stages of heteromorphy.

My previous analysis (Chapter 2) comparing a few hundred thousand base pairs
of sequence from the nonrecombining region of the Y and the homologous region from
the X showed that the young Y chromosome has accumulated many sequence character-
istics of a sex chromosome, including an elevated transposable element content and small
intrachromosomal duplications and inversions (Peichel et al. 2004). These findings raised
the possibility that more extensive rearrangements might have occurred on the Y chromo-
some.

Furthermore, a frequent concern throughout the Y chromosome cloning process
was that the sizes of the X and Y chromosomes, and particularly the size of the non-
recombining Y region, were unknown. Thus, while working to clone the X and Y, equal
focus was placed on estimating the physical size of the region to be cloned. After the
cloning reported in Chapter 3 was accomplished, the genome sequence of a single female
threespine stickleback (XX) was made available (The Broad Institute 2006). Analyses
presented in this chapter involving this new resource suggested that the physical size of
the SEX interval is too large to be cloned efficiently by chromosome walking and enabled
the use of new approaches to assess the physical relationship between the X and Y. The
necessity of understanding the physical properties of the sex-chromosome pair crystal-
lized after I was first successful at conducting molecular cytogenetic experiments in the
threespine stickleback.

In this chapter, which will be published as a separate manuscript (Ross and Pe-
ichel in press), | employ FISH with BAC probes to demonstrate that the chronologically

young Y chromosome of the threespine stickleback is indeed heteromorphic, with gross
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physical differences between the X and Y due both to deletion and inversions on the Y.
These data suggest that rearrangements can occur early in the process of sex-chromosome
evolution. Based on my FISH-based cytogenetic maps of the X and Y, I propose a model

for the rearrangements that led to the present structure of the Y.

Materials and Methods

X chromosome sequence assembly: The sequence of the X chromosome, linkage
group (LG) 19, from a single threespine stickleback female has been assembled into three
supercontigs (SC): SC85 (1-529,649 bp) + SC34 (1-3,292,649 bp) + SC3 (1-16,416,407
bp). The order of supercontigs in this public assembly was determined by a threespine
stickleback LG19 genetic map (Broad Institute and Stanford University Center of Excel-
lence in Genomic Sciences, unpublished).

I confirmed the relative orientation of supercontigs by BLASTing (Altschul et al.
1990) the sequences of mapped genetic markers (Peichel et al. 2004) against the public
genome assembly, which was produced at the Broad Institute and is accessible via the

Ensembl and UCSC genome browsers (http://www.ensembl.org/Gasterosteus_aculeatus/

index.html; http://genome.ucsc.edu/cgi-bin/hgGateway) and found that the orientation

of SC3 is inverted in the X assembly with respect to a published genetic map (Peichel
et al. 2004). To produce an assembly of X chromosome supercontigs both ordered and
oriented by this genetic map, | reversed the sequence of SC3 and then joined the three
supercontigs. My X assembly comprises SC85 (1-529,649) + SC34 (1-3,292,604) + SC3
(16,416,407—1) (Figure 14).

Genetic mapping: Catherine Peichel generated the genetic maps of the threespine
X and Y chromosomes, based on recombination events in female and male meioses, by
genotyping two families of the Paxton cross: family 4 (385 F2 individuals) and fam-

ily 23 (314 F2 individuals) using markers and methods previously described (Peichel
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X Coordinate Marker (cM) Feature CH213 SC
(Mbp) Clone
0 .
0.400 —}—5tn303(0.0) 35N15 -85
0.530
1.642 —F— Stn185(22.9)
1.942 4+— 5tn186(33.0)
188J19 > 34
3240 F——— Wtla 180J08
3822
7396 —— Stn235 100L05
11.254 —t—Idh(51.2) 101E08
11787 4— Stn194(51.8) 180823 . 3
13.688 —+— Stn191(53.7) 123J09
14.629 —+—.Stn192(54.1) 106H04
16671 —— Cypl9b 133K17
19680 ————————— Xqter 56604

20.239

Figure 14. Genetic and sequence maps of the threespine X.

The three supercontigs (SC, shaded regions) are oriented by marker order on the genetic map (Peichel et
al. 2004). The sequence coordinates of markers and features (black horizontal lines) are given on the left.
Coordinates in smaller text give the sequence coordinates of the SC boundaries (dotted lines). Positions of
BAC clones used as FISH probes (white horizontal bars) encompassing markers or genes of interest are
shown to scale. The genetic positions of markers are from (Peichel et al. 2004). Stn187 and Stn235 had not
been genetically mapped; I determined their positions on the X sequence by BLAST (Altschul et al. 1990).
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et al. 2004). The original published X and Y linkage maps (Peichel et al. 2004) were
based only on data from family 4. Peichel also genetically mapped several microsatel-
lite markers using the same methods and crosses to characterize the extent of a putative
deletion on the Y chromosome. The five primer pairs, named for their positions on my
X chromosome sequence assembly, were: 17.16 Mbp 5’-TTGGAGAGTAATGCAT-
TCATGG-3’ and 5’-GGGCTGTTCTCAAACACAGG-3’; 18.10 Mbp 5’-GGGCCTG-
GTATAAGCTCTGC-3’ and 5’-ACGGCACAGATTGTGAGTGG-3’; 18.41 Mbp 5’-CT-
GTTGTAACTCGGGAGAAGG-3’ and 5’- CAGGGAGAGATTCGTGTTGG-3’; 18.73
Mbp 5’-GCGTCCGTTCTCTACATGG-3" and 5’-AGGAGGGTTCATCTTCATGC-3’;
19.68 Mbp 5’-GGCAGCCATTACTTGAGAGG-3’ and 5’-CTTTAGTACGAGCAGT-
TCTTCC-3".

Identification of FISH probes: Threespine stickleback BAC clones from the
CHORI-213 library (Kingsley et al. 2004) used as FISH probes (Table 4) were identified
using one of two methods. In the first, overgo probes designed to LG19 markers were
used to screen BAC library filters as in (Peichel et al. 2004). Primers used to generate
overgo probes were: Stn191 5’-CCTTTTTTTTGTTCCTTACCTGTCCG-3’ and 5’-GA-
CAAGGAGATCCATTGACGGACAGG-3’; Stn192 5°-AGCAAACAACGCCACACG-
TAACTG-3’ and 5’-CCAACAAGACGTGAACCAGTTACG-3’; Stn194 5°-ACCA-
GCTCCCAGATACTCGCTGT-3’ and 5’-CTGGGTCCTGAGATAACAGCGAG-3’.

I sequenced the ends of BACs identified in the library screens as follows: 160 ng
of isolated BAC DNA in 10 mM TRIS pH 7.4 was combined with 10 pmol of sequencing
primer, 3 UL Big Dye Terminator v3.1 (Applied Biosystems), and 5x Sequencing Buffer
(Applied Biosystems) to yield 1x final concentration. The reactions were then cycle se-
quenced (94°C for 4 min; 100 cycles of 94°C for 10 s, 50°C for 10 s, and 60°C for 4 min,

store at 4°C) and run on an ABI 3100 Genetic Analyzer (Applied Biosystems). Sequenc-



Table 4. Sources of FISH probes.

BAC clone, marker, gene, and X-chromosome assembly features are listed in the first column. For BAC
clone sequences, the ends (T7 and SP6) are given in the second column. All features are sorted in ascending
order in the third column, which gives the BLAST positions of the features to my X-chromosome assembly.
The accession numbers of previously published sequences are given in the fourth column; the accession
numbers listed for genes Wtla and Cyp19b refer to the query sequences used to identify the positions of

those genes on the stickleback X by BLAST. The fifth column indicates whether the clone or gene was

identified by my in silico method or library screen (see Materials and Methods, Chapter 4) or in published
work. The sixth column lists the aliases used in this manuscript to refer to BAC clones. Xqter is arbitrarily
defined as position 19.68 Mbp on the X assembly; clone 56G04 (aliased as “Xqter”) is the most terminal

clone hybridizing to the q arm of the X chromosome.

X

Clone |position [GenBank Identification Probe
Feature End (Mbp) Accession Method Alias
SC85 0.000 -
CH213-35N15 T7 0.098 CL642751 in silico Stn303
CH213-35N15 SP6 0.318 CL642750 in silico Stn303
Stn303 0.400 BV154586
SC85/SC34 0.530 -
Stn185 1.642 G72214
Stn186 1.942 G72215
CH213-188J19 SP6 2.220 CL648631 in silico Stn186
CH213-188J19 T7 2.355 CL648632 in silico Stn186
CH213-180J08 SP6 3.213 CL648481 in silico Wtla
Wtla 3.240 NM_001104701 | in silico
CH213-180J08 T7 3.393 CL648482 in silico Wtla
SC34/SC3 3.822 -
CH213-171H24 [ T7 5.091 CL648304 in silico Stn187
Stn187 5.093 G72216
CH213-171H24 SP6 5.269 CL648303 in silico Stn187
CH213-100L05 SP6 7.209 CL645741 in silico Stn235
Stn235 7.396 BV678166
CH213-100L05 T7 7.421 CL645742 in silico Stn235
CH213-101E08 T7 11.073 AC144485 Peichel et al. 2004 Idh
Idh 11.254 - Peichel et al. 2004
CH213-101E08 SP6 11.277 AC144485 Peichel et al. 2004 Idh
CH213-180B23 T7 11.752 Library screen Stn194
Stn194 11.787 G72220
CH213-180B23 SP6 11.946 Library screen Stn194
CH213-123J09 T7 13.494 Library screen Stn191
Stn191 13.688 G72218
CH213-123J09 SP6 13.706 Library screen Stn191
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Table 4, continued.

CH213-106H04 SP6 14.518 Library screen Stn192
Stn192 14.629 G72319

CH213-106H04 T7 14.703 Library screen Stn192
CH213-133K17 T7 16.511 CL647204 in silico Cyp19b
Cypl9b 16.671 AF183908 in silico

CH213-133K17 SP6 16.734 CL647203 in silico Cypl19b
CH213-56G04 SP6 19.470 CL643820 in silico Xqter
CH213-56G04 T7 19.674 CL643821 in silico Xqter
Xqter 19.680 -

SC3 20.239 -

ing primers were CHORI T7.29 5’-GCCGCTAATACGACTCACTATAGGGAGAG-3’
and

gSP6 5’-GTTTTTTGCGATCTGCCGTTTC-3’. I used Phred (Ewing and Green 1998;
Ewing et al. 1998) to call bases using a trim cutoff value of 0.001. The BAC end se-
quences were BLASTed (Altschul et al. 1990) against the stickleback genome to verify
their positions on the LG19 supercontigs (Table 4).

I also used publicly-available paired BAC end sequences to identify clones span-
ning additional positions of interest on LG19. T7 and SP6 reads from CHORI-213 BAC
clones obtained from the threespine stickleback genome survey sequence (Kingsley and
Peichel 2007) were RepeatMasked (Smit et al. 2004) and then BLASTed (Altschul et
al. 1990) against the stickleback genome. Clones whose paired end sequences met four
criteria (full-length matches to LG19, opposing orientation, appropriate separation for a
CH213 BAC insert size (average 190 kbp (Kingsley et al. 2004)), and flanking the LG19
BLAST position of genes or markers of interest (Table 4)) were used as FISH probes.
Each FISH-probe clone is identified here by the name of the genetic marker or sequence

feature that it contains or to which it is nearest (Table 4).
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Cytogenetic techniques: Metaphase spreads were prepared from primary stick-
leback tissue. 10 pL of 1% colchicine in phosphate-buffered saline was intraperitoneally
injected into an adult male and an adult female Pacific Ocean threespine stickleback col-
lected from the Bekanbeushi River (Hokkaido Island, Japan). After 16 h of incubation in
an aquarium, the fish were anesthetized with tricaine methanesulfonate (MS-222, Fisher),
sex was confirmed by gonad morphology, and spleens removed into 0.56% KCI on ice.
The spleens were Dounce homogenized into a single-cell suspension, diluted in 0.56%
KCI until barely turbid, and incubated on ice for 45 min. Cells remaining in suspension
were then fixed three times by pelleting in a centrifuge and resuspending the pellet in
3:1 methanol:glacial acetic acid. The fixed cells were resuspended in fresh fixative and
dropped onto glass slides that were then cured for at least 18 h at room temperature prior
to hybridization. These procedures were approved by the Fred Hutchinson Cancer Re-
search Center Institutional Animal Care and Use Committee (protocol #1575).

FISH was carried out as previously described (Trask 1999) with the following
modifications. BAC DNA was isolated using an Autogen 740 automated system (Auto-
gen, Inc.) and quantified by gel electrophoresis. 1 ug of each BAC clone was labeled with
either ChromaTide Alexa Fluor 488-5-dUTP or 568-5-dUTP (Invitrogen) using the Vysis
Nick Translation Kit (Abbott Labs). 200 ng of each labeled clone was ethanol precipi-
tated together with 10 pg salmon sperm DNA. Hybridization was performed over 2-3
nights at 37°C. Washed slides were mounted and counterstained in DAPI with AntiFade
(Vector Labs) and viewed with an 100x objective on a Nikon Eclipse 80i microscope with
an automated filter turret using Chroma filters 31000v2, 41001, and 41004. Images were
captured with a Photometrics Coolsnap ES2 camera using Nikon Elements software and
pseudocolored white (DAPI), green (Alexa 488), and purple (Alexa 568) using Adobe

Photoshop.
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Results

Comparison between the X chromosome genetic map and sequence assem-
bly: Before comparing the X and the Y to look for differences (heteromorphy), I first
verified that the genetic map of the X (Figure 4) and the public assembly of the X agreed
on the arrangement of markers. Indeed, the order of markers within each supercontig
corresponded to their genetic order. However, in the public assembly of X supercontigs,
marker Stn192 (at 54.1 cM) is located between Stn186 (33.0 cM) and Stn193 (51.2 cM),
inconsistent with the genetic order of these markers. | resolved this discrepancy between
the public X assembly and the genetic map by reversing the sequence of supercontig
3 (SC3) to create a X chromosome sequence assembly (see Materials and Methods) in
which the order of markers in the sequence map is congruent with their order in the ge-
netic map (Figure 14).

The Y chromosome is heteromorphic: It is impossible to use genetic mapping
to determine the order of many markers on the Y chromosome because many X chromo-
some marker alleles do not recombine with the Y in males (Peichel et al. 2004). | there-
fore performed FISH using threespine stickleback BAC clones as probes (Table 4) in
order to compare the locations of markers on the X and the Y chromosomes.

I obtained the first evidence of sex-chromosome heteromorphy using a BAC
probe containing the Idh gene. In males, the probe hybridizes to two chromosomes at dif-
ferent chromosomal locations (Figure 15A), whereas it hybridizes to an identical location
on the g (long) arm of two visibly similar submetacentric chromosomes in females (Fig-
ure 15B). In males, one hybridized chromosome is similar in shape and probe location
to those labeled in females, defining it as the X. The second chromosome’s male-specific
hybridization pattern defines it as the Y. Although the X and Y are similar in size, the Y is
metacentric and carries the Idh signal near one telomere. By virtue of Idh being located

on Xq, I will refer to the arm of the Y containing Idh as Yq. This X-Y dimorphism in lo-
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Figure 15. The threespine Y is heteromorphic.

(A) Idh probe (green) hybridized to a male (XY) threespine stickleback metaphase spread (2n=42). The
hybridized submetacentric chromosome is identical to the X chromosomes in Figure 15B. The other
chromosome with terminal hybridization signal is metacentric, identifying it as the Y chromosome. (B) Idh
probe (green) hybridized to a female (XX) threespine stickleback metaphase spread (2n=42). Hybridization

signals identify the two submetacentric X chromosomes.
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Figure 16. Threespine stickleback male karyogram.

The karyogram was produced from a male (XY) metaphase spread (2n=42). The chromosomes are aligned
vertically by centromere position and ordered from largest (left) to smallest (right) within each class. There
are two metacentric pairs, three telocentric pairs, nine submetacentric pairs, six acrocentric pairs, and the
heteromorphic X (submetacentric) and Y (metacentric) pair.

cation of Idh and the position of the centromere is apparent in all metaphase chromosome
spreads from the Japanese Pacific Ocean male threespine stickleback used in this study
and in eight additional threespine males from populations in Lake Washington and Con-
ner Creek, Washington, USA and the Little Campbell River, British Columbia, Canada
(data not shown). A karyogram from a male threespine stickleback metaphase spread is
shown in Figure 16.

The Y chromosome has experienced deletion: Because Idh appears to be termi-
nal on the Y, I tested whether sequences telomeric to Idh on the X are present on the Y.
In each analysis of male metaphase spreads, | used the Idh BAC to distinguish the X and
Y. A BAC containing Cyp19b, which is located at 16.7 Mbp in the X assembly (Figure
14 and Table 4), hybridizes only to the X and not to the Y nor to any other location in the
genome (Figure 17), suggesting that part of the Y chromosome has been deleted. This
conclusion is supported by the presence on the X but not on the Y of other probes around
Cyp19b (Figure 18 shows the Stn191, Stn192 and Xqter probes). Moreover, microsatel-
lite markers Stn191 and Stn192 can be PCR-amplified from X chromosome alleles, but
no products are produced from the Y (Peichel et al. 2004). Catherine Peichel identified

five additional microsatellite markers within this putative deletion at 17.16, 18.10, 18.41,
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18.73 and 19.68 Mbp that are also Y-null (data not shown). Taken together, these data
suggest that the interval bounded by Stn191 and Xqter, spanning 6 Mbp on the X, has
been deleted from the Y.

The Y chromosome has experienced inversion: The difference in centromere
position in the X and Y could be due to a pericentric inversion. I performed a three-probe
FISH experiment to test for such an inversion (Figure 19). The order of probe signals
is Wtla-CEN-Stn187-1dh on the X, but Stn187-CEN-Wtla-ldh on the Y. This result is
consistent with an inversion of at least 1.7 Mbp encompassing Wtla, the centromere, and
Stn187.

FISH-based cytogenetic maps of the X and Y chromosomes: To identify ad-

ditional rearrangements of the Y, I conducted multiple FISH experiments and constructed

Figure 17. Deletion on the threespine Y.

Idh probe (green) and Cyp19b probe (purple) hybridized to a male (XY) threespine stickleback metaphase
spread. The hybridized submetacentric chromosome at left exhibits the internal Idh hybridization signal of
the X chromosome; Cyp19b signal is near the g arm telomere. The hybridized metacentric chromosome at
right exhibits the terminal Idh hybridization signal of the Y chromosome; no Cyp19b staining is seen. In
most metaphase spreads hybridized with the Idh probe, a diffuse signal can also be seen at the centromere
of one submetacentric chromosome (arrowhead).
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Figure 18. FISH-based cytogenetic maps of the threespine X and Y.
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Stn303

Stn186
- Stn194
- Stn187
- Wtila
’
- Stn235
v Idh

qTEL

The sequence map of the X (left) is shown to scale with horizontal black lines representing positions

of markers and features and horizontal white bars representing BAC clones used as probes (for clone
identities, see Figure 14). The black circles represent the positions of the centromeres. Each FISH panel
(center) contains the X (left) and Y (right) from a single metaphase spread to which the Idh probe (green)
and one additional probe (purple) were hybridized. The X and Y are vertically aligned by the position of
Idh, and the position of the centromere is identified with a white arrowhead. Dashed lines joining the X
map to the FISH panels indicate the BAC probe used in each panel. Dashed lines leading from the FISH
data to the Y cytogenetic map (right, not to scale) indicate the physical interval (pTEL-CEN or CEN-Idh) to
which each FISH probe hybridizes.
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cytogenetic maps of the threespine stickleback X and Y chromosomes. In each experi-
ment, performed on a male metaphase spread, I co-hybridized the Idh probe with another
BAC containing a sex-chromosome genetic marker or gene of interest (Figure 18 and
Table 4). All BACs were found to hybridize to a single locus on the X and/or Y but not to
any other chromosome.

The cytogenetic map of the X chromosome is congruent with the genetic map and
my X chromosome sequence assembly. However, the cytogenetic map of the Y chro-
mosome (Figure 18) is very different from that of the X outside of the approximately
3.2 Mbp region that freely recombines between the X and the Y (spanning Stn303 and
Stn186). In addition to the aforementioned deletion and inversion, I find the Stn194 probe
in the 1dh-qTEL interval on the X but in the pTEL-CEN interval on the Y.

| established the relative orders of Wtla and Stn235 within the Y chromosome

CEN-Idh interval and of Stn194 and Stn187 within the Y chromosome pTEL-CEN in-

Figure 19. Pericentric inversion on the threespine Y.

Idh probe (green), Stn187 probe (green), and Wtla probe (purple) hybridized to a male (XY) threespine
stickleback metaphase spread (2n=42). While the X marker order is Wtla (purple), centromere (white
arrowhead), Stn187 (green), Idh (green; green arrowhead), the order is changed on the Y: Stn187 (green),
centromere (white arrowhead), Wtla (purple), Idh (green; green arrowhead).
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Figure 20. Refining probe orders on the threespine X and Y.

(A) The Idh probe (green), Stn235 probe (purple) and Wtla probe (green) are hybridized to a male (XY)
threespine stickleback metaphase spread. White arrowheads denote the positions of centromeres. Green
arrowheads denote the green signal corresponding to the Idh probe, which is distinguished on the basis of
relative position on the chromosomes as seen in Figure 15A. The order of probes on the X is Wtla-CEN-
Stn235-1dh, and the order on the Y is CEN-Wtla-Stn235-1dh. (B) The Idh probe (green), Stn194 probe
(purple) and Stn187 probe (green) are hybridized to a male metaphase spread. The order of probes on the X
is CEN-Stn187-1dh-Stn194; on the Y, the order is Stn194-Stn187-CEN-Idh.
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terval by FISH experiments with the Idh probe and the two probes whose order was to
be determined. On the Y, the order is CEN-Wtla-Stn235-1dh (Figure 20A) and Stn194-
Stn187-CEN-Idh (Figure 20B). In contrast, the order is Wtla-CEN-Stn235-1dh and
CEN-Stn187-1dh-Stn194 on the X, in agreement with the X sequence and genetic maps.
The most parsimonious model of intrachromosomal rearrangements that accounts for the

physical order of FISH markers on the Y is shown in Figure 21.

Discussion

In this chapter, | used FISH to compare the physical structures of the threespine
stickleback X and Y chromosomes and found that the Y chromosome of the threespine
stickleback is heteromorphic, despite prior reports (Chen and Reisman 1970; Klinkhardt
and Buuk 1990; Cufado et al. 2002), implying that the chronologically young threespine

Y is evolutionarily older (more degenerate) than previously expected. Although there is

Figure 21. Parsimony model for the evolution of the threespine Y.

This model is the most parsimonious way to use inversions and deletions to arrive at the physical order of
markers on the Y (right) having started with the order on the X (left). I hypothesize that three inversions
(crossing dashed lines) containing the centromere (black circle) and one deletion (dotted lines that meet
to the right) gave rise to the extant Y. Theoretical intermediate Y-chromosome states are labeled Y, and
Y,, although the order of inversions in this model is arbitrary. The relative timing of the deletion is also
arbitrary and not necessarily concomitant with an inversion.
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a large (6 Mbp) deletion on the Y equivalent to 30% of the sequence content of the X
chromosome, the X and Y appear similar in size at metaphase. Without molecular cyto-
genetics, heteromorphy is apparent only by a change in the position of the centromere,
reinforcing the point that a heteromorphic sex chromosome need not be visibly smaller
than its homolog, especially during the early stages of its evolution (reviewed in (Ming
and Moore 2007)).

This similarity in size might explain why heteromorphy was not identified previ-
ously in the threespine stickleback. Although prior studies did not use molecular cytoge-
netic techniques to search for heteromorphy, the possibility cannot be ruled out that the Y
chromosomes in the Atlantic threespine stickleback populations used in previous studies

(Chen and Reisman 1970; Klinkhardt and Buuk 1990; Cunado et al. 2002) had not expe-

rienced the same repertoire of rearrangements that produced sex-chromosome heteromor
phy in the Pacific Ocean-derived populations that I have studied. Identical X-Y dimor-
phism in Idh location and centromere position is seen in threespine males from multiple
populations (data not shown), suggesting that the heteromorphic X-Y pair described here
is shared at least among Pacific Ocean threespine sticklebacks. Detailed molecular cy-
togenetic analyses, such as those performed here, will likely reveal heteromorphic sex
chromosomes in many more species, especially in fishes, in which sex-determination
mechanisms and sex chromosomes are remarkably labile (Devlin and Nagahama 2002).
To render X and Y chromosomes of similar size at metaphase, the deletion on the
threespine Y chromosome might be compensated by accumulation of repetitive DNA
(Graves 1995; Steinemann and Steinemann 2000). In support of this argument, my se-
quence comparison of the X and the Y chromosome showed that accumulation of mobile
DNA has expanded the Y by over 38% in the region analyzed around the Idh locus (Pe-
ichel et al. 2004). The addition of repetitive DNA might even outpace the attrition of the

Y chromosome caused by deletion (Graves 1995). It should be noted, though, that coarse
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size measurements of the X and Y at metaphase might not correlate with their sequence
content.

My model for the evolution of the threespine stickleback Y chromosome (Figure
21) explains the change in position of the centromere from the submetacentric X chromo-
some to the metacentric Y due to pericentric inversions. My cytogenetic mapping of the
X centromere between Wtla and Stn187 is supported by the X sequence map. This inter-
val contains a gap between SC34 and SC3. The centromere is likely composed of repeti-
tive sequences and refractory to sequence assembly ((Schueler et al. 2001); reviewed in
(Henikoff 2002)); thus, this gap in the sequence assembly might indicate the position of
the centromere.

My model predicts that multiple inversions have occurred on the stickleback Y
chromosome. Thus, the expectation that inversions on the Y will cause loss of recombina-
tion with the X raises the possibility that the nonrecombinant interval on the Y contain-
ing SEX might be larger than previously determined (Peichel et al. 2004). Based on the
current genetic and cytogenetic maps, | conclude that the nonrecombining SEX interval
on the threespine stickleback Y extends at least from Wtla to Xqter, a physical region
equivalent to 16 Mbp on the X. On the Y, the nonrecombining interval around SEX might
be as large as 10 Mbp, given that at least one deletion of 6 Mbp has occurred. This value
is only an estimate, as the Y might have experienced additional deletions and/or accumu-
lated mobile sequence elements in the non-recombining region. | also conclude that the
physical size of the X-Y homologous region, in which all recombination events between
the X and Y occur, is less than 3.2 Mbp, extending from pTEL to an inversion breakpoint
between it and Wtla (Figures 14 and 21).

Evolutionary strata produced by the succession of inversions might be found on
the Y (Lahn and Page 1999; Bergero et al. 2007). Older Y chromosome inversions caus-

ing loss of recombination should contain regions of greater X-Y divergence than younger
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inversions, and comparative sequencing of homologous loci on the X and Y might define
the relative order of the putative inversions. Theory predicts that selection for reduced
recombination is to preserve linkage between SEX and genes with sexually-antagonistic
effects (Bull 1983a; Rice 1987b). If inversion caused reduced recombination between
the stickleback X and Y, then the physical interval contained in the first inversion should
define the Y region in which SEX is located. This physical interval would certainly be
smaller than the current interval containing SEX. Future sequencing and assembly of the
threespine stickleback Y chromosome will make it possible to examine levels of sequence
divergence across the X and Y and to identify the existence of evolutionary strata corre-
sponding to the inversion events suggested by FISH analysis.

Both the Cyp19b and Wtla genes are present on the threespine stickleback X
chromosome; Cyp19a and Wtl1b are found on the sex chromosome of the Nile tilapia (O.
niloticus) (Lee and Kocher 2007), suggesting that the sex chromosomes of Nile tilapia
and threespine stickleback evolved from homeologous chromosomes produced during
an ancient genome duplication event in fishes (Amores et al. 1998). Nevertheless, it is
unlikely that a single ancestral autosome became the sex chromosomes in all fish employ-
ing genetic sex determination, because the linkage groups containing SEX in different
species are not syntenic. The sex-determination locus mapped in the pufferfish T. rubripes
lies in a region without synteny either to the stickleback or the medaka sex chromosomes
(Kikuchi et al. 2007). It is perhaps not surprising that fish species of different taxonomic
orders have sex chromosomes derived from different autosomes, as divergence in sex-
chromosome systems have been reported for closely related species of the Oryzias genus
(Takehana et al. 2007a; Takehana et al. 2007b; Tanaka et al. 2007), the genus Oreo-
chromis (Lee et al. 2003; Lee et al. 2004; Cnaani et al. 2007), the poeciliid fishes (Volff
and Schartl 2001), and salmonids (Phillips et al. 2001; Woram et al. 2003).
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The lone sex-determination gene known in fish, DMY (Matsuda et al. 2002) or
DMRTL1Y (Nanda et al. 2002) in the medaka arose as a result of an interchromosomal
duplication onto a chromosome (LG1) syntenic to human chromosome 4 (Kondo et al.
2006). In contrast, part of threespine stickleback LG19 is syntenic to human chromosome
15 (Peichel et al. 2004), again reflecting the independent evolutionary histories of the
medaka and stickleback sex chromosomes. While the medaka Y chromosome is young,
having arisen about 10 million years ago (Kondo et al. 2004; Kondo et al. 2006), the
degenerate Y-specific region has no homologous sequence on the X; thus, the basis for
heteromorphy and lack of recombination around DMY is quite clearly due to its hemizy-
gous status (Schartl 2004a).

My analysis finds that the threespine stickleback Y has already experienced many
aspects of sex-chromosome degeneration, despite being chronologically younger than
the mammalian Y. Like evolving sex chromosomes in a number of species (Jablonka and
Lamb 1990; Charlesworth and Charlesworth 2000; Charlesworth et al. 2005; Graves
2006), the stickleback Y has accumulated repetitive DNA in its nonrecombining region
(Peichel et al. 2004), supporting the conformational hypothesis of reduced recombination.
My present study also provides support for the structural hypothesis: | have shown inver-
sions on a young sex chromosome in a region that lacks recombination. This situation is
very similar to the S. latifolia Y chromosome, which is also believed to be 10-20 million
years old (Nicolas et al. 2005; Bergero et al. 2007). The S. latifolia Y is heteromorphic
and larger than the X (Westergaard 1958; Vyskot and Hobza 2004), possibly due to the
accumulation of repetitive elements on the Y (Hobza et al. 2006; Kejnovsky et al. 2006;
Marais et al. 2008).

The S. latifolia Y has also experienced at least one pericentric and one paracen-
tric inversion (Hobza et al. 2007). However, a recent study concluded that inversions

were not involved in cessation of X-Y recombination in S. latifolia (Bergero et al. 2008).
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Although the presence of multiple pericentric inversions on the threespine Y (Figure 21)
are consistent with Ohno’s prediction that a pericentric inversion could be used to es-
tablish sex-chromosome heteromorphy (Ohno 1967), the stickleback Y might be too old
to distinguish the conformational and structural hypotheses (Jablonka and Lamb 1990).
However, additional analysis of the levels of X-Y divergence across the stickleback sex-
chromosome pair might identify evolutionary strata similar to those on the S. latifolia Y
chromosome (Filatov 2005; Nicolas et al. 2005; Bergero et al. 2007; Marais et al. 2008)
and allow testing of the association between these pericentric inversions and the suppres-
sion of recombination.

Sex-chromosome heteromorphy has been reported in the black-spotted stick-
leback (XY) and in the fourspine stickleback (ZW) (Chen and Reisman 1970), both of
which likely diverged from the threespine stickleback within the past 20 million years.
Thus, comparative studies of sex chromosomes within the stickleback family still prom-
ise to yield insights into the evolution of sex-chromosome systems. With the molecular,
genetic, and genomic tools available and being developed for the threespine stickleback
(Peichel et al. 2001; Kingsley et al. 2004; Kingsley and Peichel 2007), including the mo-
lecular cytogenetic tools I used in this study to provide the first report of FISH in stick-
lebacks, comparative analyses of sex-chromosome evolution in stickleback fishes might
help improve our understanding of the process of transition between XY and ZW systems

of genetic sex determination in closely related species, which I discuss in Chapter Five.
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Chapter 5. Evolution of Sex Determination and Sex
Chromosomes in Sticklebacks

Introduction

GSD is prevalent in vertebrates and is generally accompanied by the presence of a
heteromorphic chromosome pair in one sex. In birds and snakes, the W sex chromosome
is female-limited and carries a female-determining locus; however, neither the bird nor
the snake sex determination locus has been identified (reviewed in (Ezaz et al. 2006)).
Most mammals have an XY heteromorphic pair (Graves 2006), and the male-limited Y
sex chromosome bears SRY, a male-determining gene (Gubbay et al. 1990a; Sinclair et
al. 1990; Koopman et al. 1991) that is found in all but a handful of mammals (Fredga et
al. 1976; Hoekstra and Hoekstra 2001; Just et al. 2002; Wallis et al. 2007; Waters et al.
2007).

However, this broad conservation of sex chromosome systems across large
taxonomic groups is not universal in vertebrates. Both simple (XY and ZW) and com-
plex (polyfactorial) forms of GSD, as well as ESD, are seen in fish, lizards, turtles and
amphibians (Ezaz et al. 2006). Even closely related species within a genus may have
different sex determination systems; for example, the only other known vertebrate sex-
determining gene, DMY in the medaka fish (Matsuda et al. 2002; Nanda et al. 2002), is
not found in closely related Oryzias species (Kondo et al. 2003; Kondo et al. 2004).

Sex-chromosome heteromorphy arises because of loss of recombination around
sex-determining loci (generically, SEX). Once recombination around SEX is suppressed,
intrachromosomal inversions and deletions and mobile sequence elements tend to ac-

cumulate in the nonrecombining region (Rice 1987a; Jablonka and Lamb 1990; Charles-
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worth and Charlesworth 2000; Charlesworth et al. 2005; Steinemann and Steinemann
2005; Graves 2006). These physical changes to the sex chromosome result in heteromor-
phy seen in metaphase chromosome spreads, although it is not possible to state a priori
that the sex chromosome will be either the larger or smaller chromosome of a heteromor-
phic pair (Graves 1995).

Theoretical studies have suggested that reduced recombination on a sex chromo-
some is favored when SEX arises in proximity to genes with alleles of sexually-antagonis-
tic effect (Charlesworth and Charlesworth 1978; Rice 1987b). For example, an allele that
increases male fitness and reduces female fitness in an XY system benefits from absolute
linkage with the male-determining SEX locus. Selection for linkage of sexually-antago-
nistic genes to SEX may also explain the rapid turnover of sex determination loci and sex
chromosomes between closely related species (van Doorn and Kirkpatrick 2007), as seen
in medaka (Tanaka et al. 2007) and salmonids (Woram et al. 2003), respectively. Selec-
tion for linkage to sexually-antagonistic genes has also been proposed as an explanation
for translocations of parts of sex chromosomes, or fusions of entire sex chromosomes,
to autosomes (Charlesworth and Charlesworth 1980). This reasoning can be extended
to suggest that an autosome carrying an abundance of genes with sexually-antagonistic
alleles could independently evolve into a sex chromosome in closely related lineages.
Therefore, it is crucial to investigate which chromosomes and what genes are linked to
SEX.

Fishes are a particularly useful group to explore the turnover of sex chromosome
systems because both XY and ZW systems exist in closely related species (Devlin and
Nagahama 2002; Mank et al. 2006). For example, both XY and ZW GSD systems have
been identified in species of the genus Oryzias (Takehana et al. 2007a; Takehana et al.
2007b; Tanaka et al. 2007), the genus Xiphophorus (Volff and Schartl 2001), and tilapiine

cichlid species of the genus Oreochromis (Lee et al. 2003; Lee et al. 2004; Cnaani et al.
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2008). Thus, fishes may provide the opportunity to ask whether distinct forms of GSD
found in closely-related species have interconverted or evolved independently (Ohno
1967; Traut and Winking 2001; Ezaz et al. 2006; Mank et al. 2006). Several mechanisms
have been proposed for how sex chromosomes arise, including appearance of a novel
SEX locus on an autosome (Ohno 1967), transposition of a SEX locus between chromo-
somes in different lineages (Woram et al. 2003), and fusions between sex chromosomes
and autosomes (Charlesworth and Charlesworth 1980). Attempts to address these possi-
bilities will benefit from detailed molecular, genetic, cytogenetic and phylogenetic analy-
ses of sex determination systems that differ between closely related species.

Among fishes, the sticklebacks (family Gasterosteidae) provide a particularly
interesting system in which to investigate the evolution of sex determination and sex
chromosomes. The first cytogenetic survey in this family reported the presence of a het-
eromorphic XY pair in the black-spotted stickleback and a heteromorphic ZW pair in the
fourspine stickleback (Chen and Reisman 1970). In the same study, evidence of a hetero-
morphic pair was not seen in the threespine stickleback. The findings of Chen and Reis-
man’s 1970 study, along with reported phylogenetic relationships between the stickleback
species, are summarized in Figure 3.

Although later studies (Klinkhardt and Buuk 1990; Cufiado et al. 2002) also did
not find evidence of a heteromorphic sex chromosome pair in the threespine stickleback,
genetic mapping subsequently identified the presence of XY genetic sex determination
on LG19 in this species (Peichel et al. 2004). Using FISH, | demonstrated that there is a
heteromorphic XY pair in threespine sticklebacks (Ross and Peichel in press). Genetic
mapping by Michael Shapiro has now demonstrated that the sex determination locus in
the ninespine stickleback maps to LG12, which is distinct from the threespine sex chro-
mosome LG19 (Shapiro et al. in preparation). In contrast, no heteromorphic sex-chromo-

some pairs have been reported in the outgroup family Syngnathidae (Vitturi et al. 1998;
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Libertini et al. 2006). Taken together, these data suggest that different sex determination
systems and sex chromosomes have evolved within the stickleback family. Combined
with the recent development of genetic and genomic resources for both threespine and
ninespine sticklebacks (Peichel et al. 2001; Kingsley et al. 2004; Kingsley and Peichel
2007; Shapiro et al. in preparation), these small teleost fish are an excellent system in
which to study the evolution of sex chromosomes and GSD.

To systematically characterize the relationships between the sex determination
mechanisms and sex chromosome systems in the stickleback family, sex determination
loci were genetically mapped and | searched for heteromorphic sex chromosome pairs us-
ing FISH in the rest of the North American stickleback species: the black-spotted, brook,
and fourspine sticklebacks. In ninespine sticklebacks, I identified a heteromorphic XY
pair corresponding to LG12, where the sex determination locus has been mapped in this
species (Shapiro et al. in preparation). I confirmed the presence of a heteromorphic pair
in black-spotted sticklebacks, although | found that males of this species have 41 chro-
mosomes, not 42 as previously reported (Chen and Reisman 1970). Genetic mapping and
my molecular cytogenetics demonstrate that the black-spotted Y chromosome consists
of a fusion between LG12 and LG19, defining their sex chromosome system as of the
X, XY type and suggesting an evolutionary link between the distinct Y chromosomes of
threespine and ninespine sticklebacks.

However, neither LG12 nor LG19 is associated with a sex determination locus
or a heteromorphic sex chromosome pair in brook or fourspine sticklebacks. Consistent
with previous work (Chen and Reisman 1970), I do find that fourspine sticklebacks have
a heteromorphic ZW pair, while brook sticklebacks have no heteromorphic sex chromo-
some pair. Remarkably, I have confirmed the presence of an independent X, X,Y system,
first identified by Jun Kitano by genetic mapping, within the Japan Sea population of

threespine sticklebacks. The results reported in this chapter, summarized in Figure 1 and
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destined for publication (Ross et al. in preparation), exhibit the remarkable diversity of
genetic mechanisms and chromosomal systems of sex determination that can be present
within a single family of fish that have diverged within the past twenty-five million years

(Bell 1994; Orti Personal communication).

Materials and Methods

Genetic crosses: Three black-spotted stickleback crosses were generated using
males and females collected from Wells, ME in May 2003. Sperm from a single black-
spotted male was used to fertilize the eggs of a single black-spotted female (cross 1); the
sperm of a second male was used to fertilize the eggs of two different females (crosses 2
and 3). The progeny of each of the three crosses were grown in separate tanks. A single
brook stickleback cross was generated using a female collected from Fox Holes Lake
(Northwest Territories, Canada) and a male collected from Pine Lake (Wood Buffalo
National Park, Alberta, Canada) in June 2005. A single fourspine cross was generated
using a single female and a single male collected from Pilgrim Lake (Cape Cod National
Seashore, MA) in May 2004. For all crosses, the sex of the progeny was determined by
visual inspection of the gonads. DNA was prepared from the caudal fin of each individual
by phenol-chloroform extraction, followed by ethanol precipitation.

Microsatellite genotyping: PCR genotyping with threespine microsatellite mark-
ers and ninespine microsatellite markers was performed as previously described (Peichel
et al. 2001; Shapiro et al. in preparation), except that the reactions were run on an ABI
3100 and the genotypes were analyzed using ABI GeneMapper 3.7 (Applied Biosystems).

Amplified fragment length polymorphism (AFLP) genotyping: AFLP screens
(Vos et al. 1995) were performed by James Urton on parents and individuals from the
brook and fourspine stickleback crosses. The AFLP Plant Mapping Protocol (Applied

Biosystems) was used, with the following alterations. Genomic DNA (1-2ug) was cut
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with 50 units of EcoRI (New England Biolabs, NEB) and 25 units of Msel (NEB) with
10pg of BSA for 4 hours at 37°C. Reactions were then heated to 65°C for 20 minutes.
Preselective amplifications were run on a Peltier Thermal Cycler-100 (PTC-100, MJ
Research). For the AFLP selective amplifications, each of 8 ECORI primer pairs (E-AAC,
E-AAG, E-ACA, E-ACC, E-ACG, E-ACT, E-AGC, E-AGG) were paired with each of 6
Msel primer pairs (M-CAA, M-CAC, M-CAG, M-CAT, M-CTA, M-CA), for a total of
48 primer pairs. ECORI primers were labeled with 6-FAM. Selective amplifications were
run on a PTC-100 thermal cycler (MJ Research). Reactions were run on an ABI 3100 and
genotypes were analyzed with the “AFLP Default” method on ABI GeneMapper 3.7 (Ap-
plied Biosystems).

Linkage analysis: Genetic linkage maps were created in JoinMap3.0 (Van Ooijen
and Voorips 2001) using default parameters. Both Kruskal-Wallis tests for significant as-
sociations between genotype and sex phenotype and interval mapping were performed in
MapQTL4.0 (Van Ooijen et al. 2002).

Cytogenetic analysis: Metaphase spreads were prepared as described (Ross and
Peichel in press) using black-spotted males collected from Baie de L’Isle-Verte National
Wildlife Area (Québec, Canada) in May 2003, black-spotted males and females collected
from Demarest Lloyd State Park (Dartmouth, MA) in May 2005 and May 2007, nine-
spine and brook stickleback males and females collected from Pine Lake (Wood Buffalo
National Park, Alberta, Canada) in June 2007, fourspine males collected from Pilgrim
Lake (Cape Cod National Seashore, MA) in May 2005, and fourspine males and females
collected from Demarest Lloyd State Park (Dartmouth, MA) in May 2005 and 2007.

Animal work was approved by the Fred Hutchinson Cancer Research Center
IACUC (protocol #1575). Fish collections were performed with the permission of the
Commonwealth of Massachusetts, Division of Marine Fisheries (permit numbers 8002

in 2003, 2004, 2005; 152769 in 2007), the Cape Cod National Seashore (permit num-
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ber CACO-2005-SCI-0014 in 2005), the Department of Fisheries and Oceans, Canada
(permit numbers SLE-04/05-215 and S-07/08-2005-HR), the Aurora Research Institute
(permit numbers 13810R and14163R), and Wood Buffalo National Park (permit numbers
WBO05-1010 and WB-2007-1007).

Fluorescence in situ hybridization (FISH) experiments were performed on meta-
phase spreads as described (Ross and Peichel in press). Bacterial artificial chromosomes
(BACs) from the threespine CHORI-213 library (Kingsley et al. 2004) were used as
FISH probes. Linkage group (LG) 19 probes (Stn303: CH213-035N15; Idh: CH213-
101E08; and Wtla: CH213-180J08) were identified previously (Ross and Peichel in
press). The LG12 probe (CH213-140B10), spanning 0.35 to 0.56 Mbp on the threespine
public genome assembly of scaffold 6 (part of the chromosome 12 assembly), was identi-
fied as containing genetic marker Stn144 (Peichel et al. 2001) at 0.51 Mbp using a com-
putational approach (Ross and Peichel in press). A BAC clone in the proximity of the
LG9 genetic marker Stn102 (called 9D3b5 in Figure 27) was identified using the same
approach. Stn102 is located at 4.17 Mbp on the public assembly of scaffold 8 (part of
the chromosome 9 assembly) and is nonrecombinant with some LG19 markers in males
(Figure 27). The LG9 BAC probe used, CH213-031B20, contains the portion of scaffold
8 from 4.20 to 4.41 Mbp.

Results

SEX is linked to both LG12 and LG19 in black-spotted sticklebacks: Master
sex determination loci (SEX) map to independent Y chromosomes in threespine stick-
leback (LG19) and ninespine stickleback (LG12) (Peichel et al. 2004; Shapiro et al. in
preparation). To determine whether markers from either chromosome are linked to SEX
in black-spotted sticklebacks, Catherine Peichel genotyped the 80 progeny (41 females

and 39 males) of three black-spotted crosses with threespine and ninespine markers from



81

IN dd ou sak ou 6T sk | 6T/2T sah T.9°9T 6T |[a6TdAD
IN dd ou sak ou 6T IN dN dN 9€L°€T 6T |89TWIS
IN dd IN dN IN dN sk | 6T/2T sak 8G9°ET 6T |¥82ws
IN dd ou sak ou 6T IN dd dd 0LT'ET 6T |89zund
ou sak IN dN ou 6T sk | 6T/21T sok /8L°TT 6T |¥6TWS
IN dd IN dd IN dN sk | 6T/2T sak 96€°L 6T |Secws
ou sak IN dd ou 6T sk | 6T/2T sak Gze9 6T |ZTTUNd
IN dd ou sak ou 6T IN dN sok 6T 6T |98TWIS
ou sak ou sak sak ZT IN dd IN €T9°ST 2T | veeund
IN dN IN dN sah ZT sah 6T/2T ou 9,221 ZT | zeund
ou sak IN dd IN dN sk | 6T/2T ou GE9'ZT 2T | ZvTwIS
ou sak IN dN sak ZT IN dd ou LEO'TT T | vpTWIS
ou sah 1IN dN sak r4) IN 6T/2T ou 9TS'6 2T | 9lzuis
ou sak IN dN sak A IN 6T/2T ou 9156 2T | /82uis
ou sak IN dN sak ZT IN dN ou Gl¥'8 2t | Lund
IN dN IN dN IN dd sk | 6T/2T ou 008°S 2T | LZews
ou sak IN dd sak Z1 sak | 6T/2T IN 9/5°G 2T | eeund
paxul| [1onpoad [ paxull | 1onpoud [ payull | ©7 | paxyull | 971 | payull | (dqw) 97 |1
-X9S d40d -X9S d40d -X9S -X9S -X9S uolilisod
snoeipenb 'y sueIsuodUul ‘D snnibund g Ipuepeaym ‘o snieajnoe ‘9

‘puejog BIISSAL
pue uoun sawer ‘olideys [sRYDIA ‘[aYdlad auliayied Aq papiaoid ele@ ‘paisal ag 10U pjnod sa1oads e ul abexul] xas
Y21y J0J SIdyew 0] siajal (palsal 10u) 1N sso.9 e ul alydiowAjod 10u sem Ing ‘saloads ay) ul paurelqo sem 1anpoad ¥od
e 1e41 seyealpul (drydiowAjod 10u) N "sa19ads uaAIb e ul JsyJew e 10 pauleiqo 10u sem 1onpoid YOd 1eyl saredipul (40d
pajiel) d4 paredlpul osfe si sa1dads 1eyl ul uoneubissp 97 ayl ‘SHIegaXINS auldsaulu 1o panods-yae|q ul paddew osfe
Sem IONIBUI B J] "PAjedIpul a1k 1y 1g Aq Paynuapl (JUIyXapul/Snies|nde snalsoJaises)/bio [quiasSua MMmM/:01y) Ajquiasse
awouab auidsaaiy) ay1 ul uonisod pue uoneubissp (97) dnoab abexul] suidsaaiyl ayl ‘Jsxew a11j|31eS0IoIW YIes 104
‘BuidArousb 10) pasn saaxJew suldsaulu pue auldsaaayl paxul|-Xxas ‘G ajgel




82

Table 6. Marker genotype-sex phenotype associations in black-spotted sticklebacks.
For each marker from threespine LG12 or LG19, the Kruskal-Wallis test statistic was used to determine
whether there were significant differences in phenotype means between the four possible segregating
genotypes “ac”, “ad”, “bc” and “bd”. For each marker, the mother was assigned genotype “ab” and the
father was assigned genotype “cd”. The female sex phenotype was assigned a score of “0” and the male sex
phenotype was assigned a score of “1”. The total number of individuals with a given marker genotype are

indicated (n). Data provided by Catherine Peichel.

Phenotype means
Kruskal-
Marker | LG Wallis p ac (n) bc (n) ad (n) bd (n)
Pun99 | 12 7.00 <0.01 0.00 (4) - 1.00 (4) -

Stn327 | 12 76.00 <0.0001 | 0.00(24) | 0.00(16) | 1.00 (20) 1.00 (17)
Stn142| 12 77.00 <0.0001 | 0.00(21) | 0.00(19) | 1.00 (24) 1.00 (14)

Pun2| 12 43.00 <0.0001 | 0.00(11) | 0.00(14) | 1.00 (10) 1.00 (9)
Punll7| 19 75.00 <0.0001 | 0.00(23) | 0.00(17) | 1.00 (21) 1.00 (15)
Stn235| 19 59.00 <0.0001 | 0.00(16) | 0.00(16) | 1.00 (16) 1.00 (12)
Stn194| 19 61.00 <0.0001 | 0.00(13) | 0.00(17) | 1.00 (21) 1.00 (11)
Stn284 | 19 79.00 <0.0001 | 0.00(18) | 0.00(23) | 1.00 (24) 1.00 (15)
Cypl9b| 19 65.00 <0.0001 | 0.00(13) | 0.00(20) [ 1.00 (20) 1.00 (13)

both LG12 and LG19 (Table 5). Five markers from LG19 and six markers from LG12

are polymorphic in at least one of the parents of the three crosses (Table 5). For the nine
markers that were polymorphic in a male parent, there is perfect concordance between the
marker genotype inherited from the father and the sex phenotype of the progeny (Table
6), demonstrating that black-spotted males are the heterogametic (XY) sex and that mark-
ers from both LG12 and LG19 are SEX-linked in black-spotted sticklebacks. For all five
LG19 markers, the Y-linked allele is a null allele (i.e. no product is amplified), while none
of the Y-linked alleles of LG12 markers are null.

To further explore the relationship between LG12 and LG19 markers in these
black-spotted crosses, Peichel used the complete genotypes of the ten markers informa-
tive in all three crosses to create a linkage map. Even using a stringent LOD score of
10.0, all ten markers are found in a single linkage group (Figure 22A). However, when

only the female meiotic data is used to create a linkage map, two independent linkage
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groups representing LG12 and LG19 are found (Figure 22B). In contrast, when only the
male meiotic data is used to create a linkage map, all markers are completely linked to
each other and to SEX (Figure 22C).

Cytogenetic evidence of a fusion between LG12 and LG19 in black-spotted

males: These genetic mapping data suggested that one chromosome 12 and one chromo-

Figure 22. Linkage maps of the black-spotted sex chromosome.
(A) Combined male and female meiotic data. (B) Female meiotic data only. (C) Male meiotic data only.
Data provided by Catherine Peichel.
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some 19 might be fused in male, but not female, black-spotted sticklebacks. Consistent
with these results, a karyogram | made from a male black-spotted metaphase spread
(Figure 23A) contains 41 chromosomes (19 pairs and three unpaired). The heteromor-
phic triad, composed of a large submetacentric, a medium submetacentric, and a medium

acrocentric chromosome, is not present in the female karyogram (Figure 23B), which

2(LG12)

Figure 23. Karyograms of black-spotted sticklebacks.
(A) Male. The two presumed X chromosomes, one from LG12 and one from LG19, and the Y
chromosome, are indicated. (B) Female.



85

Table 7. Karyotype data for stickleback fishes.
For both sexes of each species, column 3 gives the number of individuals from whom diploid chromosome
number counts were obtained; the total number of metaphase spreads analyzed is given in column 4. The
mode diploid chromosome number, which | present as the true diploid chromosome number, is in column
5. The percentage of total metaphases analyzed having the mode chromosome number is shown in column
6, and the range of chromosome counts for all metaphase spreads is given in column 7. The identification
of fewer chromosomes than the mode in a metaphase spread may be due to chromosomes overlapping in
a metaphase spread and being counted as one or to nearby cellular debris obscuring chromosomes. The
identification of more chromosomes than the mode in a metaphase spread could be due to chromosomes
having tortuous morphology or uneven DAPI staining and being counted as two or more chromosomes, or
to the presence of chromosomes from neighboring nuclei near the metaphase spread.

%
# metaphases
# metaphases Mode with mode
Species Sex individuals analyzed 2n 2n 2n range
black-spotted Male 4 56 41 87% 36-41
Female 3 20 42 85% 40-42
ninespine Male 1 16 42 69% 39-42
Female 5 33 42 85% 39-43
brook Male 3 40 46 78% 41-47
Female 4 40 46 65% 40-47
fourspine Male 10 16 46 56% 41-47
Female 11 49 46 85% 35-47

comprises 21 chromosome pairs. Absence of the largest chromosome in the male hetero-
morphic triad from the female karyogram defines it as the Y (Figure 23A). The presence
of 41 chromosomes in male somatic tissue was seen in multiple metaphase spreads from
multiple individuals (Table 7).

To examine the relationship between LG12 and LG19 in black-spotted, threespine
and ninespine sticklebacks, I hybridized LG12 and LG19 FISH probes to female and
male metaphase spreads of all three species. In females of all three species, the LG12
and LG19 pairs appear homomorphic (Figure 24). I had previously demonstrated that the
threespine LG19 is heteromorphic in males (Ross and Peichel in press); here I demon-
strate that LG12 is homomorphic in males (Figure 24). A heteromorphic pair in the male
ninespine karyogram (Figure 25A) is absent from the female karyogram (Figure 25B).

However, I find that LG12, and not LG19, is the heteromorphic pair in male ninespine
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sticklebacks (Figure 24). Because both copies of chromosome 12 (the X) in female nine-
spines are metacentric, the metacentric chromosome 12 in ninespine males is the X, and
the submetacentric chromosome 12, which appears larger than the X, is therefore the Y
chromosome (Figure 24 and Figure 25A).

In male black-spotted metaphase spreads, both the LG12 probe and the LG19
probe for the Stn303 locus (Ross and Peichel in press) hybridize to the q and p arms,

respectively, of one submetacentric chromosome, which is the largest single chromo-

Threespine

Black-spotted

Ninespine

Figure 24. FISH analyses of LG12 and LG19.

The LG19 probe (CH213-180J08 (Wtla), except for CH213-035N15 (Stn303), which was hybridized
to a black-spotted male metaphase spread) is green; the LG12 probe (CH213-140B10) is purple. For
each sex of each species, only chromosomes in a single metaphase spread are shown. The threespine
LG19 sex chromosome pair is heteromorphic in males, while LG12 is not. The ninespine male LG12
pair is heteromorphic, while LG19 is not. In black-spotted males, one distinct copy each of LG12 and
LG19 is present, while probes to both LGs hybridize to the two arms of a submetacentric, male-specific
chromosome, the Y. LG12 and LG19 are homomorphic in females of all three species. The sizes of
chromosomes cannot be compared between sexes or species because they were obtained from different
metaphase spreads.
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some in the karyogram. These probes also identify the other copies of chromosomes 12
(acrocentric) and 19 (submetacentric) by hybridization (Figure 24). In female black-
spotted metaphase spreads, the LG12 and LG19 probes hybridize to two independent
chromosome pairs that appear the same as the unpaired acrocentric and submetacentric
chromosome in the male karyotype (Figure 24). Based on a comparison of chromosome

morphologies across species, I arbitrarily define the submetacentric chromosome 19 to be
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Figure 25. Ninespine stickleback karyograms.
(A) Male and (B) female. The presumed X and Y chromosomes are indicated.
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X, and the acrocentric chromosome 12 to be X, for black-spotted males (Figure 23A and
Figure 24).

To further study the black-spotted Y chromosome, I used two additional LG19
FISH probes, one from the Idh locus and one from the Wtla locus (Ross and Peichel in
press). Although both probes hybridized to two chromosomes in female black-spotted
sticklebacks and to one chromosome in male black-spotted sticklebacks, neither of
these probes hybridized to the Y in males (Figure 26), indicating that these loci on the
threespine Y may be deleted from the black-spotted Y.

Independent sex-chromosome-autosome fusion in the Japan Sea population
of threespine sticklebacks: Genetic evidence for an independent Y-autosome fusion in
the Japan Sea population of threespine sticklebacks was found by Jun Kitano. The Japan
Sea population diverged from the Pacific Ocean sticklebacks when the Japan Sea was
landlocked about 1.5-2 MYA (Higuchi and Goto 1996; Kitano et al. 2007), but later came
into contact with the Pacific Ocean marine threespine stickleback population when ocean
levels rose again after the last glacial maximum. Kitano has characterized genetic, mor-
phological and behavioral differences between these two populations (Kitano et al. 2007).
In regions of overlap between these populations, there are few hybrids (0.6-1%), suggest-
ing that they are reproductively isolated in nature (Higuchi and Goto 1996; Kitano et al.
2007). Kitano has shown that divergence in male mating behavior and female preferences
for these behaviors, as well as hybrid male sterility, contribute to reproductive isolation
between the populations (Kitano et al. 2007).

While generating a genetic map of the Japan Sea population, Kitano noticed that
Y alleles of LG19 markers were linked to LG9 markers in males; LG9 and LG19 still ap-
peared to be distinct linkage groups in females (Figure 27). This finding is reminiscent of
the genetic evidence for the Y-autosome fusion in black-spotted sticklebacks. I therefore

performed FISH with probes from LG9 and LG19 and confirmed that the Y is fused to
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Figure 26. Certain LG19 FISH probes do not hybridize to the black-spotted Y.
The LG19 probes, green, in (A) CH213-180J08 (Wtla) and (B) CH213-101E08 (Idh), do not hybridize to
the Y, the single largest chromosome, which is hybridized by the LG12 probe. Both LG19 probes hybridize

to the X, (LG19).
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one copy of LG9 in males, but not females, from the Japan Sea (Figure 28). Additionally,
Japan Sea males have an odd number of chromosomes, 2n=41, while females are 2n=42
(Figure 28). The fusion of chromosome 9 and the Y and the diploid chromosome number
of 41 was present in five Japan Sea male individuals studied (data not shown). The fusion

of chromosome 9 and the Y in the Japan Sea threespine sticklebacks defines an X, X, Y

Map based on Map based on
female meiosis male meiosis
LG9 LG19 LG9 - LG19
. 9B3y11
0 |9A4b7 0 19A7y3 0 19F2g1
47 19810_?9
19F5% 1 9C4y11
67 9D3bS 983y Tt
9A4b7 19GY9y11
qgégy:‘,l’ 9D11b5
7.9 15612y 11
il % 19F2g1 105 9B10y3

12.1 9F8b5
133 9D7y11

20.2 9B10y3

217 9F8b5

25.7 19F5y11

30.5 19G9y11

31.7 9F7b5

Figure 27. Genetic maps of Japan Sea LG9 and LG19.

Based on female meioses in a Japan Sea x Japan Sea cross, LG9 and
LG19 are distinct. Fusion of the two linkage groups in males is evident by
analyzing male meioses. Data provided by Jun Kitano.
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Figure 28. FISH demonstration of LG9-19 fusion in Japan Sea males.

(A) Hybridization of a LG19 probe, CH213-101E08 (green), and a LG9 probe, CH213-031B20 (purple), to
a Japan Sea male metaphase spread reveals one distinct LG9 and one LG19 (X). Both probes hybridize to
opposite ends of the longest chromosome in the karyogram, the fused Y (Y+LG9). (B) Hybridization of the
LG19 and LGY probes to a Japan Sea female metaphase spread. No fusion is evident: two chromosomes 9
and 19 are indicated by hybridization.
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sex-chromosome system in sticklebacks independent of the fusion of the threespine Y to
LG12 seen in black-spotted stickleback males.

Interestingly, in Figure 17, in which the 1dh BAC probe (on LG19) was hybrid-
ized to a Japan Pacific Ocean threespine male metaphase spread, a faint Idh signal was
seen on a third chromosome (arrowhead); this third signal has not been seen in any Japan
Sea males or females, Japan Pacific Ocean females, or North American threespine males
or females studied. Given the presence of LG12 and LG9 neo-Y chromosomes in stick-
leback species, | tested the hypothesis that a male-limited region on one of these two
linkage groups is present the Japan Pacific Ocean population. Figure 29A shows a male
Japan Pacific Ocean metaphase spread in which the two copies of chromosome 19 (the X
and Y) are identified by Idh hybridization and the autosome exhibiting the third Idh signal
corresponds to chromosome 9 (LG9 with white arrowhead); the other copy of chromo-
some 9 (LGY9) shows no Idh hybridization. The same results were seen in four other Japan
Pacific Ocean male individuals studied (data not shown). Figure 29B shows a female
Japan Pacific Ocean metaphase spread hybridized with the same probes, in which no
cross-hybridization of LG9 and LG 19 probes is detected.

To rule out the possibility of introgression of part of the Japan Sea Y’ into the
Pacific Ocean male individual studied, Kitano genotyped the male with a diagnostic panel
of markers that can distinguish fish from these two populations and determined that at all
loci tested, the individual has Pacific Ocean alleles. Thus, it appears that physical and per-
haps genetic relationships exist between LG19 and LG9 exists in the Japan Pacific Ocean
population; this relationship might be predictive of the LG9-Y fusion in Japan Sea males.

SEX is not linked to LG12 or LG19 in brook or fourspine sticklebacks: James
Urton, Jessica Boland, and Catherine Peichel next worked together to ask whether SEX-
linked markers from LG12 or LG19 are associated with a single locus controlling male or

female sexual development in brook or fourspine stickleback crosses and found no such
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Figure 29. Relationship between LG9 and LG19 in Japan Pacific Ocean males.

(A) Idh probe (green) and LG9 probe (purple) hybridized to a Japan Pacific Ocean male metaphase spread.
One X and one chromosome 9 are identified by Idh and LG9 FISH probe signals. The Y (LG19) has both
Idh signal as well as diffuse LG9 signal; the other chromosome 9 exhibits an ectopic Idh (LG19) signal
(white arrowhead). This relationship is not seen in Japan Pacific Ocean females, shown in (B), in which no
cross-hybridization of probes is apparent.
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associations (Table 5). Seven LG12 markers (4 from threespine sticklebacks and 3 from
ninespine sticklebacks) were polymorphic in the fourspine stickleback cross, yet none
were sex-linked (Table 5). Similarly, two LG19 markers, Stn194 and Pun117, are linked
to SEX in threespine but not in fourspine sticklebacks (Table 5). Although very few LG12
and LG19 markers were informative in the brook stickleback cross, neither the LG12
marker Pun234 nor the four LG19 markers, Stn186, Cyp19b, Pun168, and Pun268, were
linked to SEX in brook sticklebacks (Table 5).

To determine whether any of the genome-wide threespine or ninespine genetic
markers are associated with a sex-determination locus in these species, Urton geno-
typed the brook stickleback cross and the fourspine stickleback cross with all available
threespine and ninespine markers. There was no evidence for an association between a
single marker genotype and sex phenotype in either species. However, many threespine
and ninespine markers either failed to work in the other species or were not polymor-
phic (Table 8). Urton tested markers from 17 (of 21) threespine and 19 (of 30) ninespine
linkage groups in the brook stickleback cross, and markers from 15 threespine and 15
ninespine linkage groups in the fourspine cross. Therefore, Urton also used an amplified
fragment length polymorphism (AFLP) approach to identify SEX-linked sequence poly-
morphisms in brook and fourspine sticklebacks. Using 48 AFLP primer combinations, 86
polymorphic bands in fourspine sticklebacks and 35 polymorphic bands were identified
in brook sticklebacks, but none of these polymorphisms were sex-linked in either species.

Fourspine sticklebacks have a ZW sex-chromosome system: Consistent with
the genetic mapping data in both fourspine and brook sticklebacks, | found no evidence
for heteromorphy of the chromosomes identified by hybridization with LG12 or LG19
probes in either sex of either species (Figure 30). Furthermore, there was no evidence for
obvious heteromorphy of any chromosome pair in brook stickleback males or females

(Figure 31). By contrast, a heteromorphic chromosome pair is apparent in the female
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fourspine karyogram (Figure 32), confirming the prior cytogenetic identification of a ZW
pair in this species (Chen and Reisman 1970); the W chromosome is larger than the Z in

fourspine females.

Discussion

Identification of sex-chromosome heteromorphies in sticklebacks: My cytoge-
netic survey of the family Gasterosteidae has uncovered a diversity of sex chromosome
systems within the stickleback family not identified by others (Chen and Reisman 1970).
Although my studies confirm the previous report of a ZW sex chromosome in fourspine
sticklebacks and lack of heteromorphic sex chromosomes in brook sticklebacks (Chen
and Reisman 1970), my recent study of the threespine Y chromosome (Ross and Peichel
in press) and the results of this chapter provide evidence of additional heteromorphic sex
chromosome systems in sticklebacks. For example, initial cytogenetic surveys of stickle-

back fish did not identify a heteromorphic XY pair in ninespine sticklebacks (Chen and

Female

LG19

N~

Fourspine “ -

Figure 30. FISH analyses of LG12 and LG19 in brook and fourspine sticklebacks.

The LG19 probe (CH213-180J08) is green; the LG12 probe (CH213-140B10) is purple. For each sex of
each species, only chromosomes hybridized by probe in a single metaphase spread are shown. LG12 and
LG19 appear homomorphic in both sexes of both species.
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Reisman 1970; Klinkhardt and Buuk 1990); however, genetic mapping has shown that
ninespine males have an XY pair corresponding to LG12 (Shapiro et al. in preparation).
Here, | used FISH to demonstrate that chromosome 12 is a heteromorphic pair in nine-
spine males (Figure 24).

While my black-spotted male karyogram supports the prior report of a hetero-
morphic XY pair, the same study also reported a male diploid chromosome number of
42 (Chen and Reisman 1970). My karyogram shows that male black-spotted sticklebacks

have a 2n=41 karyotype, while females are 2n=42. It is unlikely that presence of an

Figure 31. Brook stickleback karyograms.
(A) Male and (B) female.
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odd diploid chromosome number in males is due to experimental artifact, as this result
was obtained in multiple metaphase spreads from multiple individuals from two natural
populations, and the genetic mapping data supporting the relationship between LG12 and
LG19 was obtained from a third black-spotted population. I also use primary tissue from
wild-caught fish for isolating metaphase nuclei, so chromosomal rearrangement arising

spontaneously and fixed by inbreeding or passage in tissue culture can be dismissed.

Figure 32. Fourspine stickleback karyograms.
(A) Male and (B) female, with the W and presumed Z chromosomes labeled. In the female, the single
largest chromosome, not seen in males, is a W chromosome.
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Another potential explanation for the discrepancies between my black-spotted and
ninespine male karyotypes and previous karyotypes is that we studied different popula-
tions. In the prior study, both of these species had been collected from Reid State Park,
Maine, U.S.A (Chen and Reisman 1970). My black-spotted stickleback specimens were
also collected from coastal locations in New England, including one site in Maine (Mate-
rials and Methods), so it is unlikely that population differences in karyotype explain the
differences reported here, although the possibility of intra-species polymorphism cannot
yet be ruled out. Finally, my molecular cytogenetic studies of the threespine Y chromo-
some (Ross and Peichel in press) also revealed heteromorphy that was not previously
identified (Chen and Reisman 1970; Klinkhardt and Buuk 1990; Cufnado et al. 2002),
suggesting that my molecular cytogenetic techniques have provided higher resolution
analyses of the karyotypes of these species. It is not uncommon for disagreement of
chromosome number counts to persist in the literature. After all, over fifty years passed
following the publication of the first of many incorrect determinations of the human
diploid chromosome number before Tjio and Levan convincingly established in 1956 that
humans have 2n=46 chromosomes (Gartler 2006).

Evolutionary relationships of the stickleback fishes: Knowledge of the evo-
lutionary relationships between the stickleback species are key to the interpretation of
the evolution of the different sex chromosome systems that I have identified. Although a
number of Gasterosteidae phylogenies have been created (Figure 3), they differ in to-
pology, depending upon which morphological, behavioral and molecular characters are
used to create the phylogeny (reviewed in (Mattern 2007)). Most phylogenies agree that
threespine and black-spotted sticklebacks are sister taxa and that ninespine and brook
sticklebacks are sister taxa (Figure 3). However, the relationship of fourspine sticklebacks
relative to these other taxa has not been resolved (Figure 3). Although the Gasterosteus

and Pungitius genera both have XY sex determination, they do not form a monophyletic
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group, suggesting that XY sex determination might have arisen independently in these
lineages.

Chromosome number also appears to have rapidly evolved within this family.
Both brook and fourspine sticklebacks have 2n=46 chromosomes (Figure 3); I also found
that an outgroup species for the Gasterosteidae, the tubesnout Aulorhynchus flavidus
(Kawahara et al. 2008), also has 2n=46 chromosomes (data not shown). This suggests
that a diploid number of 46 chromosomes might be ancestral for the Gasterosteidae and
that 2n=42 might have evolved once in Gasterosteus and once in Pungitius.

X X,Y sex-chromosome systems in sticklebacks: Genetic and cytogenetic
evidence support the conclusion that a fusion between LG12 and LG19 in black-spotted
males formed a single Y chromosome. The fusion of two chromosomes, creating a single
Y, defines the sex determination mechanism in black-spotted sticklebacks as of the X XY
type, where one copy each of chromosome 12 and chromosome 19 segregate opposite
a'Y chromosome comprising the other copy of both chromosomes. This chromosomal
rearrangement explains the odd diploid chromosome number of 41 in black-spotted
males. Both stickleback phylogenies (Figure 3) suggest that the X, X, Y system arose after
threespine and black-spotted sticklebacks diverged about 10 MYA (Bell 1994; Mattern
2004; Orti Personal communication).

I have confirmed the presence of a second X X, Y sex-chromosome system within
the threespine stickleback species using FISH: males of the Japan Sea population have a
fusion between one copy of chromosome 9 and the Y chromosome and 2n=41 chromo-
somes. The X X,Y system in the Japan Sea is likely to be a derived character in this pop-
ulation as well. Phylogenetic clustering of allele sequences from the Japan Sea Y'¢!° with
the Pacific Ocean Y and from the Japan Sea X, with the Pacific Ocean X suggests that the
threespine Y'¢" predates the divergence of the Pacific Ocean and Japan Sea populations

(Peichel et al. 2004). Furthermore, neither Japanese Pacific Ocean threespine sticklebacks
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(Figure 29) nor North American Pacific Ocean populations (Figure 16) exhibit a Y-LG9
fusion. Given the involvement of the Pacific Ocean Y chromosome in sex determination
in Japan Sea threespine sticklebacks, it is likely that they both use the same SEX locus.

X, X,Y systems have been identified in many species of insects, fish, and mam-
mals, and three mechanisms for the creation of X, X,Y systems have been described
(White 1973). First, fission of the ancestral X into two chromosomes can create an X X, Y
system. However, no evidence for linkage of LG12 and LG19 or LGY and LG 19 exists
in any of the stickleback species analyzed aside from black-spotted and Japan Sea males
(Figures 24 and 30), suggesting that a fusion of these chromosomes in black-spotted
males and Japan Sea males, respectively, is not likely to represent ancestral states. Fur-
thermore, if the black-spotted or Japan Sea X, X,Y male karyotypes were created by
fission of the X, I would have expected a diploid chromosome number of 2n=43 in males,
rather than the observed 2n=41 (Figure 23A and Figure 28A). Second, for species with
XX/XO GSD, a fusion between a metacentric X and a metacentric autosome may create
an X, XY system, but the presence of XX/XY GSD in the Pacific Ocean population of
threespine stickleback, the same species as the Japan Sea population and sister species to
black-spotted sticklebacks (Figure 3), instead suggests that XX/XY GSD was the ances-
tral sex determination mechanism of black-spotted and Japan Sea sticklebacks.

Instead, I favor the third proposed mechanism of X XY system formation as one
that occurred in an ancestor of black-spotted and Japan Sea males: fusion of a Y chro-
mosome with an autosome, causing the attached copy of the autosome to segregate with
the Y and the unfused copy of the autosome to segregate like an X chromosome. The
strongest support for the fusion argument is that black-spotted and Japan Sea males have
one less chromosome than both black-spotted and Japan Sea females and than males and
females in the sister taxon, Pacific Ocean threespine sticklebacks. This is consistent with

other studies in which fish species with X, XY systems often have one less chromosome
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than sister taxa (Uyeno and Miller 1971; de Almeida-Toledo et al. 2000), suggesting that
derived chromosomal fusions may be the predominant source of X X,Y sex chromosome
systems in fishes.

Based on the hypothesis that a fusion between an existing Y chromosome and an
autosome is the likely cause of the black-spotted and Japan Sea X XY sex chromosome
systems, [ propose that the black-spotted Y chromosome is derived from a fusion between
the Y, . . chromosome and the LG12 autosome found in threespine sticklebacks, rather

LG19

than a fusion between the Y, .., chromosome and LG19 autosome found in ninespine

LG12
sticklebacks. All available phylogenies support a closer relationship between black-spot-
ted and threespine sticklebacks than between black-spotted and ninespine sticklebacks
(Figure 3).

My cytogenetic and FISH data also support a closer relationship between the
threespine and black-spotted karyotypes than between the black-spotted and ninespine
karyotypes. First, LG12 is acrocentric in both threespine and black-spotted females, but
metacentric in ninespine females (Figure 23 and Figure 25). Second, the LG12 FISH
probe hybridizes to an internal position on LG12 in both threespine and black-spotted
sticklebacks, and a terminal position on LG12 in ninespine sticklebacks, suggesting that
rearrangement(s) of LG12 have occurred between these genera (Figure 24). Third, LG19
is a submetacentric X chromosome in threespine and black-spotted females, but metacen-
tric in ninespine sticklebacks (Figure 24).

The male FISH data also provide evidence for a fusion between an ancestral

Y. .., chromosome and the acrocentric LG12 autosome, with a loss of the q arm of Y

LG19 LG19

in black-spotted males. The two threespine LG19 FISH probes that did not hybridize to
the black-spotted Y (Figure 26) are located on the q arm of the threespine Y (Ross and
Peichel in press), while the LG19 probe that did hybridize to the black-spotted Y (Figure

24) is on the p arm of the threespine Y (Ross and Peichel in press). Furthermore, all four
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LG19 markers from the threespine Y chromosome q arm were Y null in black-spotted
sticklebacks, supporting loss of that arm, although the fifth LG19 marker, from the p arm
of the threespine Y, was also null. However, in threespine sticklebacks, there are also
Y-null alleles that result from sequence divergence between the X and the Y and not from
deletion (Ross and Peichel in press). In further support of the hypothesis that the Y, _ , is
ancestral to the black-spotted Y chromosome, none of the LG12 markers had null alleles,
suggesting that extensive degeneration has not yet occurred on the LG12 derived region
of the black-spotted Y.

To more precisely map the rearrangements that have occurred between the two
X chromosomes and the Y chromosome in black-spotted sticklebacks, a more extensive
cytogenetic analysis should be performed, as I accomplished for the threespine X and Y
(Ross and Peichel in press). However, current data suggest that additional deletions of
Y chromosome material have occurred on the black-spotted Y relative to the threespine
Y. Both Wtla and Idh are deleted from the black-spotted Y chromosome (Figure 26) but
present on the threespine Y chromosome (Ross and Peichel in press). In particular, the de-
letion of the region around the Idh FISH probe (Figure 26B) explains why a male-specific
allele of this locus was not identified in a previous study (Peichel et al. 2004), leading to
the erroneous conclusion that the Y-chromosomes of these two species were unrelated.

Taken together, my data suggest that an unbalanced Robertsonian translocation
between one copy of chromosomes 12 and 19, causing loss of the q arm of chromosome

19, formed the black-spotted Y Robertsonian translocations occur by the fusion

LGI12-LG19"
of two chromosomes at their centromeres, thereby circumventing issues associated with
a single fused chromosome having two centromeres during cell division. Because Rob-
ertsonian translocations are common in fish and mammals (White 1973), they may play a

regular role in the formation of X XY sex chromosome systems. In particular, balanced

Robertsonian translocations occur between two acrocentric chromosomes and result in
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loss only of the satellite sequences comprising the short arms of the chromosomes and
pericentromeric alpha satellite sequence. Thus, a balanced Robertsonian translocation
between a Y chromosome and an autosome might not incur fitness costs; such centric
fusions are thought to be particularly favored when they bring genes with sexually an-
tagonistic fitness effects into linkage with a sex determination locus (Charlesworth and
Charlesworth 1980). However, my existing data suggest that the black-spotted Y chromo-
some may have resulted from an unbalanced Robertsonian translocation. The loss of the
q arm of the Y chromosome could have been tolerated without fitness effects if dosage
compensation had evolved in sticklebacks. Although it is not currently known whether
sticklebacks have a mechanism for dosage compensation, this possibility should be exam-
ined in the future.

The evolutionary history of XY GSD in sticklebacks: The mapping of XY sex
determination to LG 19 in threespine sticklebacks (Peichel et al. 2004) and to LG12 in
ninespine sticklebacks (Shapiro et al. in preparation) originally suggested that these two
genetic sex determination systems might have arisen independently. However, the genetic
and cytogenetic evidence for linkage of both LG12 and LG19 to the black-spotted Y
chromosome suggested that there might be a relationship between these XY sex chromo-
some systems. Because these three species are not monophyletic, it is difficult to assess
whether the Gasterosteus and Pungitius XY sex determination systems are related or have
arisen independently.

One possibility is that threespine, black-spotted, and ninespine sticklebacks all
share a common sex-determining locus, but that SEX has transposed between LG12 and
LG19 in the two lineages; a similar transposition of the SEX locus to four different chro-
mosomes has been seen in salmonids (Woram et al. 2003). It is also possible that, despite
the interrelationship between the sex chromosomes of threespine, black-spotted, and

ninespine sticklebacks, sex determination arose independently in ninespine sticklebacks.
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Although I have argued that the black-spotted Y was derived from the threespine Y, it is
also possible that sex determination may have arisen independently in this species, or is
derived from the ninespine sex determination system.

As in sticklebacks, the SEX locus in salmonids has also been reported to move
between linkage groups. While a set of markers near SEX is conserved, SEX also ap-
pears linked to different autosomes in different species, and the same possibilities for the
evolutionary history of SEX were raised: that Robertsonian fusions of the Y chromosome,
translocations containing SEX, or independent evolution of SEX could explain the find-
ings (Woram et al. 2003). In the fish of the genus Oryzias, independent evolution of SEX
likely explains how both XY and ZW species have SEX loci on different linkage groups
(Takehana et al. 2007b). As the sex-determining gene DMY in O. latipes was found in
some, but not other, closely-related species (Kondo et al. 2003; Matsuda et al. 2003;
Veith et al. 2003; Volff et al. 2003; Kondo et al. 2004; Matsuda 2005). Thus, transloca-
tion was ruled out as a cause for the appearance of SEX on different linkage groups. XY
Oryzias species lacking DMY must use different sex determination triggers.

In order to distinguish the degree of conservation of SEX in threespine, black-
spotted and ninespine sticklebacks, the identity of SEX in these three species must be
determined. If all three species share a common sex-determining factor, then transposi-
tion of SEX between linkage groups has likely occurred; the identification of different
sex-determining factors in the three species would provide evidence of the independent
evolution of XY sex determination in sticklebacks.

Forces causing an autosome to become a sex chromosome: In these scenarios,
LG12 appears to have been selected for SEX linkage at least two independent times: by
fusion to the Y, ,,, chromosome in black-spotted sticklebacks, and either by transposition
of an existing SEX locus or independent evolution of a new SEX locus in ninespine stick-

lebacks. In all of these cases, sexually antagonistic selection is believed to be the underly-
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ing evolutionary force (Charlesworth and Charlesworth 1980; van Doorn and Kirkpatrick
2007), suggesting that LG12 in sticklebacks might have an abundance of genes with dif-
ferential fitness effects in males and females and thus be predisposed to becoming a sex
chromosome.

Independent evolution of the same autosome into a sex chromosome has occurred
in the Japanese frog R. rugosa, in which chromosome 7 has become XY pair and a ZW
pair in independent populations (Ogata et al. 2008). Three genes involved in sex differ-
entiation in vertebrates (AR, SF1 and SOX3) map to these XY and ZW pairs (Uno et al.
2008), suggesting the possibility that such genes might have driven the selection of chro-
mosome 7 as a sex chromosome. Comparative genomic analysis of the autosomal and
sex-linked forms of LG12 in the different stickleback species may yield insight into the
types of genes present on these chromosomes that might have sexually antagonistic al-
leles and thus play an important role in the evolution of sex chromosomes in sticklebacks.

Similar evolutionary forces might explain the Japan Sea Y-LG9 fusion that Jun
Kitano first identified. He has since found that a locus controlling hybrid male sterility
maps to the ancestral X chromosome (LG19) and that dorsal pricking, a trait involved
in the Japan Sea male mating display, maps to the neo-X chromosome (LG9). Thus,
loci controlling the Japan Sea-specific mating behaviors that contribute to reproductive
isolation of the Japan Sea and Pacific Ocean sticklebacks are found on the neo-X chromo-
some, supporting a prediction that many speciation genes will be linked to X chromo-
somes (Lemmon and Kirkpatrick 2006).

The identification of a sexually-dimorphic gene on a neo-X chromosome supports
an existing theoretical model for the evolution of fusions between sex chromosomes and
autosomes (Charlesworth and Charlesworth 1980). The mapping of traits that contribute
to reproductive isolation to the old and new X chromosomes in these populations also

agrees with findings in other species, particularly in Drosophila, that X chromosomes
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tend to be enriched for speciation genes, the so-called “large X effect” (Coyne and Orr
2004). In backcross hybrids in Drosophila, the X chromosome often contains genes in-
volved in hybrid sterility or inviability (reviewed in (Presgraves 2008)); up to four times
more hybrid male sterility genes can be found on the Drosophila X relative to a compara-
bly-sized autosome (Masly and Presgraves 2007).

Relationship between LG9 and LG19 in Japan Pacific Ocean threespine
sticklebacks: Presence of an Idh signal on three chromosomes in a male (Figure 29A) but
on two chromosomes in a female (Figure 29B) suggests that the third signal, on an auto-
some, is male-limited like a Y chromosome. I used FISH to show that this autosome is
LG9 (Figure 29A). The cross-hybridization of a LG19 probe to one copy of chromosome
9, and of a LGY probe to the Y chromosome, was seen in multiple males. Thus, it appears
that one copy of LG9 is inherited in a male-limited fashion in the Japan Pacific Ocean
population.

The physical basis for the hybridization of Idh to LG9 is not known. It is pos-
sible that the Idh locus has duplicated onto one copy of chromosome 9; it is also possible,
though unlikely, that repetitive elements present on the Idh probe (which contains the X
chromosome allele of Idh) mediate cross-hybridization to a mobile element-rich male-
specific region of LGY. Future efforts will employ additional LG9 FISH probes to deter-
mine whether the same FISH results are obtained using probes from multiple loci.

Ultimately, the segregation of a male-limited region of one chromosome in a
population in physical proximity to one in which the same chromosome fused to the Y
supports the prediction that certain autosomes are more likely to evolve into sex chromo-
somes because of preexisting features such as a local abundance of mobile elements or
presence of SA genes. Indeed, Kitano has mapped candidate SA loci on LG9; obtaining
sequence of LGY from Japan Sea and Pacific Ocean males will be useful in understanding

the molecular basis of the LG9 male-limited region, whether it contains a duplication of
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LG19 sequence, perhaps containing a SA gene, or an abundance of mobile sequence ele-
ments. The production of genetic maps of LG9 and LG19 in a Japan Pacific Ocean cross
might also provide genetic evidence of linkage of part of LG9 with the Y chromosome.

Evolution of XY and ZW systems: Both cytogenetic and genetic data sug-
gest that the ZW system of fourspine sticklebacks is not related to the XY systems of
threespine, black-spotted, or ninespine sticklebacks, raising the possibility that the ZW
system arose independently. However, the stickleback phylogenies do not agree on the
position of the fourspine stickleback (Figure 3), so an accurate parsimony-based recon-
struction of the evolution of XY and ZW GSD in sticklebacks is not currently possible. It
will be informative to karyotype the European fifteenspine stickleback, (Spinachia spina-
chia), a close relative of the fourspine stickleback, to determine whether it has 46 chro-
mosomes and a heteromorphic ZW pair. Furthermore, we are using unbiased methods to
identify SEX-linked sequences in fourspine sticklebacks and using FISH with threespine
BAC probes to identify the linkage group comprising the ZW pair in fourspine stickle-
backs. These studies will allow the determination of which autosome(s) gave rise to the
sex chromosome in fourspine sticklebacks.

Efforts will also focus on identifying the sex determination mechanism of brook
sticklebacks. Although sex-linked markers have not been identified in either brook or
fourspine sticklebacks, these studies have been limited by the availability of polymorphic
markers. It is still possible that there is a simple genetic sex determination mechanism in
brook sticklebacks, although it is also possible that brook sticklebacks use environmental
sex determination or complex genetic sex determination. Identifying the sex determina-
tion mechanism in brook sticklebacks may shed light on the transition between XY and
ZW systems in this family of fish.

Transitions between XY and ZW GSD may occur via indirect or direct mecha-

nisms. For example, an interim period of ESD may facilitate an indirect transition be-
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tween two forms of GSD (Ezaz et al. 2006). There may also be a more direct transition
between XY and ZW forms, as exemplified by recent work in several vertebrate taxa.

In tilapiine cichlid fishes, two species (O. aureus and O. mossambicus) have complex
genetic sex determination in which LG1 and LG3 are both associated with sex determina-
tion loci (Lee et al. 2004; Cnaani et al. 2008). The phylogenetic positions of these spe-
cies provide a direct link between two related species in which LG1 is associated with a
simple XX/XY system, and two other species in which LG3 is associated with a simple
ZZ|Z\W system (Cnaani et al. 2008). A similar link exists in the platyfish, where some
populations have W, X, Y and Z chromosomes, while closely-related species have either
XY or ZW GSD (Volft and Schartl 2001).

In the Japanese frog (R. rugosa), there is evidence that an existing XY sex chro-
mosome became a ZW sex chromosome in a derived population (Ogata et al. 2008).
Comparative mapping of the platypus sex chromosome chain suggests that the mono-
treme XY GSD system is related to the ZW system in birds, while the therian XY system
is now hypothesized to have evolved independently (Grutzner et al. 2004b; Ezaz et al.
2006; Wallis et al. 2007; Veyrunes et al. 2008). Additional genetic and genomic analyses
of all the stickleback species may elucidate whether the ZW and XY systems directly
interconverted or were independently derived in sticklebacks.

At least two models for how XY and ZW systems interconvert have been suggest-
ed. Transition between these two forms of simple GSD may be brought about by selec-
tion for a stable sex ratio in a species experiencing a sex ratio bias (Ogata et al. 2003).

In such a case, it has been suggested that a male bias selects for establishment of a ZW
system and a female bias for an XY system. To explain the transition from an XY to a
ZW system in R. rugosa, it was suggested that a male sex-ratio bias drove the recruitment
of a dominant female-determining gene on the X, establishing a ZW system (Ogata et al.

2008). This model explains how the same chromosome pair evolved to be XY and ZW in
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different populations, although theoretical work suggests that transition of an X to a W is
no more beneficial than when an autosome becomes a W (Vuilleumier et al. 2007). XY-
ZW transition may also occur if a new SEX locus arises in linkage with a gene of adaptive
value that can drive SEX to fixation by hitchhiking (Bull and Charnov 1977). However, a
recent study has concluded that drift and sex ratio selection alone could cause fixation of
a new SEX locus (Vuilleumier et al. 2007).

In a second model, an autosome pair (A, A) fuses to the Z chromosomes of a ZZ
male (AZ, AZ) and then a male-determining locus evolves on one of the autosomes, mak-
ingitaY (AZ, YZ) (Ezaz et al. 2006). This chromosomal constitution is the equivalent of
an XY system. As seen in R. rugosa and X. maculatus, it is likely that intra-species poly-
morphism in sex determination loci or in sex chromosomes will exist prior to a transition
between forms of GSD; it has also been suggested that polymorphism for a chromosomal
rearrangement may precede chromosomal speciation (McAllister et al. 2008). Because
earlier cytogenetic studies had failed to identify some of the heteromorphic sex chromo-
some systems | have found in this study, it is possible that sex chromosome polymor-
phisms exist within the stickleback species and have facilitated the transitions inferred
here. My identification of male black-spotted sticklebacks with 2n=41, X, XY chromo-
somes, when 2n=42, XY had been reported previously in a different population, could
indicate that the sex chromosome system in black-spotted sticklebacks may be polymor-
phic; surveys of additional populations should be accomplished to address this possibility.

Dynamics of sex-chromosome heteromorphy: Although the threespine Y chro-
mosome has experienced inversions and deletion (Ross and Peichel in press), the Y is of
similar size to the X at metaphase. Contrary to the common notion, based primarily on
studies of the broadly-conserved, and therefore old, mammalian Y and snake W chromo-
somes, that sex chromosomes are smaller than their homologs (Ming and Moore 2007),

here I report that the threespine Japan Sea, black-spotted, and ninespine Y chromosomes
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are larger than the X chromosomes and that the fourspine W is larger than the Z. The
presence of Y or W chromosomes larger than their homologs is not uncommon in fish or
plants. In O. latipes, the size of the Y chromosome was increased by addition of a dupli-
cated sequence block that arose from an autosome (Kondo et al. 2006); such additions of
sequence to the mammalian Y chromosome are also thought to have taken place repeated-
ly during its evolution (Graves 1995). The W is larger than the Z in O. hubbsi (Takehana
et al. 2007b); in the plant S. latifolia, the Y chromosome has increased in size almost 1.5
fold since its inception about 10 MYA (Nicolas et al. 2005).

What forces might explain the trend that young sex chromosomes are larger than
their homologs while older sex chromosomes tend to be smaller and more degenerate?
Certainly, the addition of mobile sequence elements and transposed blocks of sequence
to the nonrecombining region of a sex chromosome would increase its size, but at some
point addition must give way to attrition to yield what is thought of as a typical degener-
ated sex chromosome like the mammalian Y. The first stages of sex chromosome evolu-
tion may involve an addition of mobile elements until a critical mass of such elements
is reached, at which point they mediate intrachromosomal rearrangements leading to
deletions, causing a reduction in sex chromosome size (Graves 1995). As these deletion
events could occur with stochastic timing, the caveat is that the degree of heteromorphy
of any sex chromosome, regardless of whether it is larger or smaller than its homolog,
need not be linearly correlated with its chronological age.

The Y chromosomes in male black-spotted and Japan Sea threespine sticklebacks
are clearly larger than either X due to the fusion of the ancestral Y with an autosome.
Although I argue that one arm of the ancestral Y'¢!? was lost in black-spotted males, the
Y is still the single largest chromosome in the karyogram, suggesting that it may have

experienced an increase in size as well.
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Another mechanism of increase in size of a chromosome relative to its homolog
could be meiotic drive. I have argued that the Y chromosomes in black-spotted and Japan
Sea males fused to autosomes by Robertsonian translocations, which occur at the cen-
tromeres of the two participating chromosomes. Centromeres are selfish genetic elements
(Henikoff and Malik 2002; Malik and Henikoft 2002) composed of repetitive DNA and
may gain a transmission advantage by evolving to capture more microtubules at meiosis
by increasing in size (Malik and Bayes 2006). By joining two chromosomes at their cen-
tromeres, Robertsonian translocations provide a way to create a larger centromere.

Although meiotic drive may also cause an expansion of centromere repeats, thus
increasing the size of a chromosome relative to its homolog, sex chromosomes are not
good candidates for centromere drive because the preferential transmission of a sex chro-
mosome would lead to a skewing of the sex ratio, which then leads to selection for auto-
somal loci that suppress the drive (Burt and Trivers 2006). Although the effects of drive
have not yet been sought in black-spotted sticklebacks, Jun Kitano found no evidence
for transmission bias of the fused Y chromosome in the threespine Japan Sea population,
suggesting either that centromere drive did not cause the fusion of LG19 and LG9 or that
a suppressor of drive has already evolved.

Because the ninespine Y is larger than the X, it may still be in a phase of addition
prior to sex chromosome attrition (Graves 1995) and thus evolutionarily younger than the
threespine Y. It is also possible that the degree of physical degeneration of the threespine
and ninespine Y chromosomes differs because they have experienced different reper-
toires of rearrangements. If SEX transposed from LG19 to LG12 in the Pungitius lineage,
then the addition of a duplicated sequence block to the ninespine Y2 might explain the
increase in size relative to the X. It would be useful to perform a physical characterization

of the ninespine XY pair to identify whether any sex chromosome rearrangements are
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shared in common with the threespine Y and to seek the presence of LG19 material on
the ninespine Y chromosome that might suggest translocation of SEX.

Another possibility to consider is whether any sex chromosome in sticklebacks
is a B chromosome, as has been suggested to be the origin of the Y chromosome in
Drosophila (Hackstein et al. 1996; Carvalho 2002). Selfish B chromosomes are thought
to have evolved from supernumerary “dot” chromosomes and persist by their ability to
pair with other unpaired chromosomes, particularly the lone X in XO individuals, which
may dispose B chromosomes to appear to be Y chromosomes. In such a case, although
not being involved in sex determination, B chromosomes can explain the presence of a
heteromorphic chromosome pair and could reasonably be larger than the X, as was found
in the fish Alburnus alburnus, in which a B chromosome was larger than all of the “A”
chromosomes (any of the required complement of chromosomes)(Ziegler et al. 2003).

The stickleback Y chromosomes are unlikely to be derived from B chromosomes
because of the presence of X and Y alleles of genetic markers spanning the X-Y pairs
in these species and because FISH probes hybridize to both the X and Y in threespine,
black-spotted, and ninespine sticklebacks, demonstrating homology of the X and Y chro-
mosomes, something not expected of an X and a B chromosome. Additionally, no XO
GSD system has been described in sticklebacks. However, because no genetic, cytoge-
netic, or sequence data bear on the homology of the Z and W in fourspine sticklebacks,
the possibility of a B chromosome in this species cannot be ruled out at present.

Conclusion: Fish are useful organisms in which to study the evolution of sex
determination and sex chromosomes because of the lability of these features, and several
fish species have been identified as having X, XY sex chromosome systems (Uyeno and
Miller 1971; de Almeida Toledo et al. 1984; Saitoh 1989; Almeida-Toledo et al. 2000; de
Almeida-Toledo et al. 2000; de Almeida Toledo and Foresti 2001; Bertollo et al. 2004;

Centofante et al. 2006). While a benefit of fusion of sex chromosomes to autosomes has
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been shown (Charlesworth and Charlesworth 1980), this is the first report to my knowl-
edge of the evolution of an X, XY system in which the Y comprises two distinct chromo-
somes that are Y-chromosomes in closely-related species.

Although X, X)Y sex chromosome systems are relatively easy to identify because
of the obviously larger fused Y chromosome, these systems are not thought to be pres-
ent in as many species as XY or ZW systems, which could mean that they exist pre-
dominantly as transitionary states (Charlesworth and Charlesworth 2005). For example,
following the fusion of a Y to an autosome, the X, and X, chromosomes might fuse to
restore diploidy; at the same time, a more complicated sex chromosome system, such as
the X, Y, XY, X, Y, X,Y,X.Y, sex chromosome chain found in the platypus, might sub-
sequently evolve (Rens et al. 2004). The discovery of an X XY system in black-spotted
sticklebacks, sister species to threespine sticklebacks, for which many molecular, genetic
and genomic tools have been developed (Peichel et al. 2001; Kingsley et al. 2004; King-
sley and Peichel 2007), will facilitate further characterization of the mechanisms and
evolutionary forces underlying the transition between simple genetic XY sex determina-
tion and the X X, Y type. In particular, the identification of two GSD systems in distinct
populations of threespine stickleback, XY in the Pacific Ocean and an X XY system in
the Japan Sea, provides a connection between sex chromosomes and speciation genes
and will permit the genetic dissection of the process of incipient speciation in a vertebrate

system.
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Chapter 6. Summary and Future Directions

As aresult of my discoveries, the potential of stickleback fishes as model systems
for studying the evolution of GSD and sex chromosomes has been strengthened. | devel-
oped the technique of fluorescence in situ hybridization (FISH) for sticklebacks as well as
methodologies for cloning a sex chromosome, including the FISH identification of BAC
clones being from the X or Y. Through these efforts, I have produced minimum tiling
paths of Y BAC clones to be sequenced and also helped verify the identity of additional Y
clones to sequence in an effort to seek the identity of the SEX locus in threespine stickle-
backs. The sequence of the male-specific region of the Y chromosome will also be useful
in expanding the sequence characterization of the X and Y I have already performed, in
which I showed that the Y chromosome has expanded relative to the X at the Idh locus
and that it exhibits sequence characteristics of evolved sex chromosomes: a decrease in
X-Y homology and an increase in mobile sequence elements (Peichel et al. 2004).

I then used FISH to show that the threespine stickleback, despite previous reports,
does have a cytogenetically visible sex chromosome that has already experienced intrach-
romosomal rearrangements (Ross and Peichel in press). My model of the evolution of the
threespine Y, which represents the most exhaustive attempt yet to enumerate the rear-
rangements experienced by a young vertebrate sex chromosome, proposes that a series of
pericentric inversions occurred on the Y chromosome. Along with at least one large dele-
tion on the Y, these rearrangements are responsible for the heteromorphy of the XY pair:
a change in centromere position from the X to the Y. That the X and Y appear similar in

size at metaphase, despite an increase in size of the Y at Idh and a large deletion from
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the Y containing Stn191, Stn192 and Cyp19b, indicates that a chronologically young sex
chromosome might increase in size relative to its homolog.

By investigating the presence of heteromorphic sex-chromosome pairs in other
stickleback species, I have verified the presence of a ZW pair in fourspine sticklebacks
and identified a heteromorphic XY pair in ninespine sticklebacks. The fourspine W and
ninespine Y are both larger than their homologous chromosomes. Although I cannot yet
conclude whether these sex chromosome systems are evolutionary young, the phyloge-
netic independence of the fourspine ZW system and the ninespine Y42 system from the
Y61 system in threespine sticklebacks suggests that they have recently evolved. The sex
chromosome systems in these species thus provide evidence to validate the addition/attri-
tion hypothesis that sex chromosomes first increase in size before degenerating.

The Y chromosomes in black-spotted and threespine Japan Sea sticklebacks are
also the largest chromosomes in their respective karyograms. However, the mechanism of
heteromorphy in these clades are different than those above. | demonstrated the physical
linkage of LG12 and Y*“' in black-spotted males, which had been predicted by genetic
mapping by Catherine Peichel. A similar fusion of LG9 and Y'¢" was predicted by Jun
Kitano from mapping data in the Japan Sea threespine stickleback population, and | veri-
fied this fusion using FISH.

Altogether, | have obtained cytogenetic evidence of at least four independent
sex-chromosome systems in the stickleback family: two independent X, X, Y systems in
the threespine Japan Sea and in black-spotted sticklebacks, XY systems in threespine and
ninespine sticklebacks, and ZW GSD in fourspine sticklebacks. The Y-autosome fusion in
black-spotted males has provided critical evidence to support theoretical work suggesting
that certain chromosomes will become sex chromosomes because of preexisting features

of those chromosomes. In the case of sticklebacks, it appears that LG12 became associ-
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ated with a'Y chromosome twice. Once as the Y chromosome in ninespine sticklebacks,
and again with the fusion of one copy of LG12 to the Y*¢'” in black-spotted sticklebacks.

My research has provided new insights into the details of the early stages of sex-
chromosome evolution in vertebrates and stimulated a number of additional questions to
be asked. As with any productive course of research, as one conclusion is reached, more
lines of experimentation arise. | will elaborate on some of the next questions to be ad-

dressed in the following sections.

Materials and Methods

BAC fingerprint mapping: 160 ng of BAC DNA was digested with the restric-
tion endonuclease EcoRI (Roche) according to the manufacturer’s instructions. The
digest was then applied to a 0.8% agarose gel made with 2x GGB (80 mM TRIS base, 40
mM sodium acetate, 4 mM EDTA, 52 mM glacial acetic acid, pH 8.0) (Olson et al. 1986)
with 6x GGB loading dye (15% glycerol, 1.7x GGB and 3.7 mM bromophenol blue). A
custom DNA ladder was applied to the gel, consisting of 8 pg High Molecular Weight
marker (Invitrogen) and 15 pug 1 kb Ladder (Invitrogen) in 0.63x TE pH 8.0 and 1.07x
GGB loading dye. The ladder was denatured at 65°C for 10 min prior to loading on the
gel. Gel electrophoresis was performed in a mapping gel box with recirculated, cooled
2x GGB buffer at 200 V for eighteen hours. The gel was then stained in a 1:2000 dilution
of Vistra Green (Applied Biosystems) in water and visualized using a Typhoon imaging

system (GE Life Sciences).

Identification of SEX in Sticklebacks
Although I initially used a positional cloning strategy in an attempt to identify
SEX, this approach became impractical given the large physical size (about 16 Mbp) of

the nonrecombining region on the Y (Ross and Peichel in press). Many additional ap-
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proaches can be used to identify the sex-determining factor. Because the main barrier to
positional cloning on a sex chromosome is lack of recombination in the region of interest,
producing Y'Y fish would be beneficial, as the two Y chromosomes would be homologous
over their length and might not exhibit reduced recombination around SEX.

Fish are generally amenable to sex-reversal by application of exogenous steroids
(Devlin and Nagahama 2002). Treating stickleback fry with estrogen in an attempt to
feminize genotypic males might lead to the creation of XY female fish. By then crossing
an XY female with an XY male, YY males might be produced and can be identified by
Idh genotype. Using such a male as a parent in a mapping cross might allow creation of a
genetic map of the Y in which the genetic order of markers on the Y, and the position of
SEX, are more refined. This approach might also provide the additional benefit of demon-
strating whether significant functional divergence of the Y from the X has occurred. If YY
males are viable, it would suggest that coding regions on the Y have not yet degenerated
and that dosage compensation has not yet needed to evolve.

It is also important to determine whether SEX is Y-dominant or X-recessive in
order to focus efforts to identify SEX by looking for a Y-present gene or an X-absent
gene. In mammals, rare sex-chromosome aneuploids exist; their presence was instrumen-
tal in determining whether the mammalian sex-determining factor acted in a dominant or
recessive manner. Most male humans have 46 chromosomes, including an XY pair (46,
XY) and females are (46, XX), but some phenotypic females have only one X chromo-
some (45, X0), a condition known as Turner’s Syndrome (Ford et al. 1959), and a small
percent of phenotypically male humans have an extra copy of the X (47, XXY), called
Klinefelter’s Syndrome (Jacobs and Strong 1959). Together, the phenotypes of individu-
als with these conditions defined the human sex-determination locus as a Y-dominant

one. In Klinefelter’s patients, a Y, despite the presence of two X chromosomes, causes
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maleness. In Turner patients, a single X chromosome is not sufficient to produce a male
phenotype, which it would if X chromosome dosage played a sex-determining role.

Similar sex-chromosome aneuploids would be useful to help define the domi-
nance of the stickleback SEX locus. A method for producing triploid threespine stickle-
backs has been published (Swarup 1959). By fertilizing eggs and then subjecting them
to cold treatment, meiosis Il can be prevented, generating triploid offspring with sex-
chromosome constitutions of XXX or XXY. The presence of one triploid male (XXY)
produced in this manner has been reported (Swarup 1959), suggesting that the Y carries
a dominant sex-determining factor. This work should be replicated on a larger scale, and
the sex-chromosome constitution of triploid males should be identified using FISH, to
confirm the dominance of the threespine stickleback SEX locus. Undertaking this study
will be crucial for identifying SEX, regardless of which approach outlined below is ulti-
mately taken.

Although the non-recombining SEX interval is large, the plan to sequence the Y
chromosome still has merit, both to identify SEX and also to more extensively character-
ize a young vertebrate sex chromosome. Considering the difficulties I encountered during
the process of cloning a sex chromosome, new strategies are needed to reach this goal.

Cloning the threespine Y: The method | employed during chromosome walking
to determine whether clones originated from the X or Y involved identification of sex-
specific alleles. In some cases, obtaining sufficient sequence to locate an easily scorable
sequence difference might not be feasible. Moreover, some markers had null Y alleles,
preventing the positive assignment of clones to the Y. While some of the null alleles are
explained by deletions from the Y (Figures 18 and 21), it is possible that some null alleles
are due to sequence divergence at the marker, not deletion. In this case, different primers

are needed to identify Y chromosome clones.
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Additionally, although | was able to determine the chromosomal origin of BACs
containing genetic markers that were not Y-null, such as Idh and Stn194, | rarely iden-
tified useful (i.e., polymorphic and chromosome-specific) microsatellite or insertion-
deletion markers during the process of BAC end sequencing. Identification of X-Y single
nucleotide polymorphisms (SNPs) might be a good solution to the problem of identifying
new X-Y diagnostic markers that can assign genomic library clones to their chromosomes
of origin.

Fingerprint mapping to identify Y clones: X and Y clones might also be distin-
guished by their distribution of restriction sites. This idea prompted me to use available
BAC fingerprint contigs (FPCs) of the CH213 library (Kingsley et al. 2004) to aid my
chromosome walking (Chapter 3). Fingerprint mapping is the process of digesting BAC
clones with a restriction endonuclease and then examining the digests with agarose gel
electrophoresis. I produced fingerprint maps to validate BAC contigs defined by STS con-
tent. For example, all BACs in the Idh and Stn194 CH215 BAC contigs were identified as
members of their respective contig by library screen using Idh and Stn194 probes, finger-
print maps of the BACs from the contigs reveal shared differences between two classes of
BAC: those known to be from the Y and the X based on Idh genotype (Figure 33). BAC
fingerprinting was also useful in confirming that certain clones, whose STSs were present
on more clones in their contig than expected, also had aberrant restriction maps compared
to the bulk of the clones. These might be Y clones. Although an aberrant BAC fingerprint
cannot provide conclusive evidence of the chromosome of origin of a clone, it might be
sufficient to tip the balance of evidence in favor of the X over the Y, or vice versa. By
itself, a different restriction fragment pattern might simply indicate that the clone is from
elsewhere in the genome.

Fingerprint maps were also useful in validating and extending contigs | assembled

by STS content mapping. When | completed an STS content analysis of a contig, | then
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determined whether all members of the contig were members of the same FPC. X and Y
clones were rarely identified as members of the same FPC, suggesting that chromosome
walking could be aided by identifying one Y clone and then studying other clones from
the same FPC. My current method for cloning the Y by chromosome walking is to extend

a’Y BAC contig in silico with an MTP of clones from FPCs, which | then validate as be-
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Figure 33. BAC fingerprint mapping of CH21S5 contigs.

Clones positive for the Idh and Stn194 markers are indicated with brackets. The clones
containing the Y chromosome alleles are indicated (Y). Within the Idh contig of five BACs,
the Y clone has a visibly different restriction fingerprint. Similarly, the three Stn194 Y clones,
while significantly overlapping all of the X clones, share some diagnostic restriction products
not present in X clones. One band present in every clone (marked with * on each side of the
gel) represents the BAC vector.
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ing members of the contig by STS content mapping. This combination of physical map-
ping techniques (STS content analysis and restriction-based BAC fingerprint mapping)
has enhanced the accuracy and efficiency of the X and Y chromosome cloning process by
providing two independent methods of assessing the physical relationships among clones
in a contig.

However, this modified process, while more efficient than the original, fails at the
same point: when the boundaries of an FPC contig are reached, a new Y-specific probe
for library screening must still be found. At present, members of the Centers for Excel-
lence in Genome Sciences (CEGS) at Stanford University are assisting in the cloning of
the Y chromosome by integrating the FPC data with BAC end sequence and the female
genome sequence data to identify putative Y-specific FPCs.

FISH identification of Y clones: The key improvement in the Y cloning process
has been the use of FISH in identifying the chromosome of origin of BACs. I first dis-
covered that, although an Idh X clone (CH213-101E08) hybridizes both to the X and Y
(Figure 34A), an Idh Y clone (CH213-119K 16) hybridizes only to the Y (Figure 34A).

In a different clone library, a Stn188 Y clone (CH215-029H19) hybridizes only to the Y
(Figure 34B) and a Stn188 X clone (CH215-007C15) hybridizes only to the X (Figure
34C). Specificity of clone hybridization to the chromosome of origin might be due to the
increased repetitive element content on the Y, because although an entire X clone might
have homologous sequence on the Y, a significant percentage of a Y clone might have no
homology to the X, perhaps reducing its hybridization below the level of detection.

Y clone sequencing: At present, the recommended protocol for continuing to
clone the stickleback Y is for the Stanford CEGS group to identify putative Y clone
contigs, and then to FISH one clone from each contig and ask whether it hybridizes
only to the Y or to the X and Y. The CEGS group then sequences the clones that hybrid-

ize only to the Y and continues to study the remaining clones in fingerprint contigs with
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FISH-verified Y clones. At present, in addition to the two CH213 Y BACs containing
Idh analyzed in Chapter 2, twelve CH215 clones confirmed to be Y-specific by FISH are
in various stages of sequencing and currently represent 1.9 Mbp of Y sequence; another

seven clones were recently added to the sequencing queue. This process of computational

Figure 34. Use of FISH to assign chromosomal origin of probes.

The clone CH213-101E08 is green in each panel. (A) Threespine male metaphase spread hybridized with
CH213-119K 16 (purple) and CH213-101E08 (green). While the Idh-X probe 101E08 hybridizes to the X
and Y, the 1dh-Y clone 119K 16 hybridizes only to the Y. (B) The Stn188 Y clone CH215-029H19 (purple)
hybridizes only to the Y but not to the X. (C) The Stn188 X clone CH215-007C15 (purple) hybridizes to the
X but not to the Y.
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chromosome walking with FISH validation should allow the efficient cloning of much
of the approximately 10 Mbp of the male-specific region of the threespine stickleback Y
chromosome (Ross and Peichel in press).

Comparative approaches: Efforts are currently underway to identify SEX in the
threespine stickleback by cloning and sequencing the nonrecombining Y, and the MTP
of clones from the Y can also be used in a transgenics screen to search for a Y clone that
causes sex-reversal of sticklebacks (Hosemann et al. 2004). Another approach to consider
for sequencing the Y is microdissection of the threespine Y, followed by random ampli-
fication and sequencing. However, given my findings in threespine Japan Sea and black-
spotted males, it is worth asking whether identification of a SEX locus in sticklebacks
might be better accomplished in one of these two taxa.

The fused Y chromosomes in the Japan Sea threespine sticklebacks and in black-
spotted sticklebacks, both of which may use the same SEX locus as the North American
populations of threespine stickleback, are clearly distinguishable in metaphase spreads
by size alone for microdissection. Using a massively parallel sequencing approach on
the microdissected threespine Japan Sea or black-spotted Y chromosomes would yield
some sequence homologous to the threespine Y and also result in the generation of neo-
Y chromosome sequence. Deletions of Y sequence that may have occurred during the
black-spotted Y-autosome fusion (Chapter 5) suggest that the physical region containing
SEX may be the smallest in this species, requiring less sequencing. Although a micro-
dissection-based sequencing effort would by necessity also generate sequence from the
autosome that fused to the Y, this would provide an excellent resource for studies of the
evolution of neo-sex chromosomes.

Candidate gene approaches: Aside from chromosome-wide sequencing ap-
proaches, | had also considered cDNA subtraction methods to seek transcripts present

only in males, particularly in gonadal and surrounding tissues during the period of sex
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determination. Amanda Bruner has performed a developmental analysis of threespine
sticklebacks to identify the earliest point at which sex-specific changes are visible his-
tologically, defining the developmental timepoint prior to which sex determination must
have occurred as 12 days post-fertilization (around 5—7 mm total length), in agreement
with a recent report (Lewis et al. 2007). James Urton is currently working to identify the
sex-determination gene in threespine stickleback using transcripts present at and around
this critical timepoint to perform cDNA subtraction.

Demonstration of role of a candidate gene in affecting male sex determination can
involve many lines of evidence. Studies concluding that SRY and DMY are the sex-deter-
mining genes in mammals and the medaka fish, respectively, showed that absence of the
gene prevented male development (Berta et al. 1990; Gubbay et al. 1990a; Gubbay et al.
1990b; Jager et al. 1990; Otake et al. 2006) and that presence of the gene caused male de-
velopment (Sinclair et al. 1990; Koopman et al. 1991; Matsuda et al. 2007). These lines
of evidence have come from knockouts, naturally-occurring mutants and lines carrying
candidate transgenes. As techniques for making deletion lines and knockouts in stickle-
backs have not yet been developed, screening for naturally-occurring sex revertants (XY
phenotypic females) might be important to show that mutation or deletion of a candidate
gene correlates with lack of male development in an XY individual.

BAC transgenic techniques have been developed for the threespine stickleback,
making it possible to achieve germline transmission of BAC clones (Hosemann et al.
2004). If SEX in threespine sticklebacks acts in a dominant fashion, insertion of BACs
carrying candidate sex-determination genes into the genomes of stickleback embryos and
later assessing the presence of XX males can provide critical evidence of the role of such
a candidate gene in causing male sex determination.

In the meantime, I identified BACs containing two candidate genes, Cyp19b and

Wtla, as being deleted from the Y and present on the Y, respectively (Chapter 4); both are
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in the nonrecombining region of the threespine Y, in which SEX is located. It is unknown
whether sex in threespine sticklebacks is determined by the presence of a Y-specific
locus or the absence of a dosage-sensitive locus on the Y, although a single report of the
production of a triploid XXY male suggests that SEX might act in a dominant fashion
(Swarup 1959). Thus, candidate SEX genes may be in the region of the Y chromosome
that does not recombine with the X (10 Mbp) or in the region of the X deleted from the Y
(6 Mbp).

Wtla was involved in all three pericentric inversions in my model of the
threespine Y chromosome evolution, and Cyp19b was in the Y deletion (Figure 21).
Wtla is a transcription factor involved in gonad development in mammals (Wagner et al.
2003), and Cyp19b is an aromatase responsible for converting testosterone into estrogen
(Conley and Hinshelwood 2001). Paralogs of these genes were considered as candidate
SEX genes in the Nile tilapia (O. niloticus), where Cyp19al and Wtlb map to the sex
chromosome. However, both genes were eventually excluded as tilapia sex-determination
genes by detailed genetic mapping (Lee and Kocher 2007). Future studies in sticklebacks
should seek to determine whether either of these genes is expressed in a sex-specific and
tissue-specific manner during early development by in situ hybridization. For a candidate
gene found to be expressed only in males prior to sex determination, a BAC carrying the
gene should be used to generate transgenic sticklebacks to determine whether expression

of the gene causes development of XX males.

Comparative Studies

Comparison of sex-chromosome characteristics: The presence of XY and ZW
GSD in stickleback species will motivate comparative analyses of these sex-chromosome
systems. The first step will be to genetically and cytogenetically identify the heteromor-

phic ZW pair in fourspine sticklebacks. The identification of SEX-linked markers and of
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the linkage group corresponding to the heteromorphic pair will be important in character-
izing the Z and W chromosomes at the genetic and eventually sequence levels. However,
it should be noted that an increase in chromosome number from threespine (2n=42) to
fourspine sticklebacks (2n=46) suggests that the linkage groups of one species will not
correspond exactly to those in the other. In fourspine sticklebacks, the presence of two
more chromosome pairs suggests that two threespine LGs might be split into four in four-
spine sticklebacks.

My FISH characterization of fourspine sticklebacks to this point has not been
comprehensive enough to rule out the possibility that the sex chromosome in threespine
or ninespine sticklebacks was rearranged as part of the change in karyotype between the
2n=42 and 2n=46 species. Hence, a more exhaustive cytogenetic study of stickleback
species to catalog the rearrangements involved in the evolution of their karyotypes would
be an excellent resource for future studies. An initial approach would be to identify two
threespine BAC clones from each chromosome, one from each end, and co-hybridize
them as FISH probes to metaphase spreads from both sexes of the other stickleback spe-
cies. Identification of two probes from a single threespine chromosome hybridized to two
chromosomes in other species would provide evidence of a chromosomal rearrangement.

SEX identification in other stickleback species: Once a sex-determining gene is
identified for a stickleback species, it then becomes easy to determine whether the same
gene exists and plays the same role in sex determination in closely related species. Such
a survey was performed in relatives of the medaka fish (Matsuda et al. 2003; Veith et al.
2003; Volff et al. 2003; Takehana et al. 2007a; Takehana et al. 2007b); this work showed
that DMY had arisen recently enough that other fish in the same genus did not have it.
Given the relationships between sex chromosomes of threespine, black-spotted, and
ninespine sticklebacks, the first prediction to test will be that they all use the same SEX

locus. I would not expect to find that fourspine sticklebacks share SEX with these three
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species, as fourspines have ZW GSD and do not exhibit linkage of sex determination with
LG12 or LG19 markers. Similarly, given lack of genetic or cytogenetic evidence of GSD
in brook sticklebacks, I would not expect them to share SEX with the male heterogametic
species.

Sex-chromosome degeneration: The variety of sex-chromosome systems in
closely related species makes the stickleback family an excellent system in which to per-
form comparative analyses of sex determination and sex-chromosome evolution. Apart
from identifying SEX loci and assessing their degree of conservation across taxa, many
cytogenetic studies might be pursued to assess the degree of sex-chromosome degenera-
tion in the family Gasterosteidae.

One avenue of study made possible by the availability of the female threespine
stickleback genome sequence is to seek BAC clones whose end sequences appear in-
verted relative to the X, or are much closer together or farther apart than predicted based
on the clone insert size. These might represent Y clones containing inversion, insertion, or
deletion breakpoints. Identifying such clones enables future study of the mechanisms of
chromosomal inversions by providing the reagents necessary for cloning and character-
izing the breakpoints.

It would also be interesting to perform a comparative analysis of sex-chromosome
degeneration in sticklebacks. By creating cytogenetic maps of the heteromorphic pairs
in ninespine and fourspine sticklebacks to identify deletions and inversions as | did for
threespine sticklebacks (Ross and Peichel in press), trends in the degeneration of sex
chromosomes, particularly between XY and ZW systems, might be identified. Similarly,
the evolution of two independent X, X,Y systems provides an unparalleled opportunity
to characterize and compare the degeneration of neo-sex chromosomes in vertebrates.
Similar studies of a neo-Y chromosome in Drosophila suggest that neo-Y chromosomes

begin to degenerate once they fuse with an ancestral Y chromosome (Steinemann and
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Steinemann 2000). It would be particularly interesting to compare sequences from the X,
X, and the Y and neo-Y portions of the sex chromosome in threespine Japan Sea and in

black-spotted males.

The Future of Sex Chromosomes

The ultimate outcome of sex-chromosome degeneration is uncertain; many pre-
dictions have been made. First, translocation of a degenerating sex chromosome to an au-
tosome, creating an X, X, Y/X X, sex-chromosome system, or transposition of SEX to an
autosome might rescue a sex chromosome from completely eroding while putting another
autosome at risk of degeneration. Perhaps the best example to date of recycling of the Y
by autosomal fusion is in Drosophila (Carvalho and Clark 2005). Although Y-autosome
fusion seems ultimately detrimental, the presence of such systems suggests that certain
autosomal destinations might be beneficial if they contain sexually antagonistic genes.
This hypothesis is currently being tested in the Peichel lab using sticklebacks.

Other possibilities have been put forth. The loss of an entire sex chromosome,
including SEX, could favor the evolution either of a more-stable XO system, in which
X chromosome dosage might assume the role of sex determination, or ESD might arise.
Some have predicted that the ultimate fate of the human Y is complete loss in about
15 MY based on estimates of the rate of gene loss from the mammalian Y (Aitken and
Graves 2002). Before that point, I hope that research stimulated by the findings I report
here will provide clearer ideas of how sex chromosomes and genetic sex determination

mechanisms transition from one system to another.



130
Bibliography

Abad, J. P., B. De Pablos, M. Agudo, I. Molina, G. Giovinazzo et al. (2004) “Genomic
and cytological analysis of the Y chromosome of Drosophila melanogaster:
Telomere-derived sequences at internal regions.” Chromosoma 113: 295-304.

Abe, H., K. Mita, Y. Yasukochi, T. Oshiki and T. Shimada (2005) “Retrotransposable
elements on the W chromosome of the silkworm, Bombyx mori.” Cytogenet. Genome
Res. 110: 144-151.

Adami, C. (2006) “Digital genetics: Unravelling the genetic basis of evolution.” Nature
Reviews Genetics 7: 109-118.

Adams, D. J., and A. Bradley (2002) “Induced mitotic recombination: A switch in time.”
Nat. Genet. 30: 6-7.

Aeschlimann, P. B., M. A. Haberli, T. B. H. Reusch, T. Boehm and M. Milinski (2003)
“Female sticklebacks Gasterosteus aculeatus use self-reference to optimize MHC
allele number during mate selection.” Behavioral Ecology and Sociobiology 54: 119-
126.

Agrawal, A. F. (2006) “Evolution of sex: Why do organisms shuffle their genotypes?”
Curr. Biol. 16: R696-R704.

Aitken, R. J., and J. A. M. Graves (2002) “The future of sex.” Nature 415: 963.

Albert, A. Y. K., and D. Schluter (2005) “Selection and the origin of species.” Curr. Biol.
15: R283-R288.

Almeida-Toledo, L. F., F. Foresti, M. F. Daniel and S. A. Toledo-Filho (2000) “Sex
chromosome evolution in fish: The formation of the neo-Y chromosome in
Eigenmannia (Gymnotiformes).” Chromosoma 109: 197-200.

Alpert, K. B., and S. D. Tanksley (1996) “High-resolution mapping and isolation of a
yeast artificial chromosome contig containing fw2.2: A major fruit weight quantitative
trait locus in tomato.” Proc. Natl. Acad. Sci. U. S. A. 93: 15503-15507.

Altschul, S. F., W. Gish, W. Miller, E. W. Myers and D. J. Lipman (1990) “Basic local
alignment search tool.” J. Mol. Biol. 215: 403-410.

Alvarez, M. C., J. Otis, A. Amores and K. Guise (1991) “Short-term cell culture
technique for obtaining chromosomes in marine and freshwater fish.” Journal of Fish
Biology 39: 817-824.



131

Amores, A., J. Bejar and M. C. Alvarez (1995) “Replication, C and Ag-NOR
chromosome-banding in two anguilliform fish species.” Marine Biology (Berlin) 123:
845-849.

Amores, A., J. Bejar and M. C. Alvarez (1995) “BrdU replication bands in the
anguilliform fish Echelus myrus.” Chromosome Research 3: 423-426.

Amores, A., A. Force, Y. L. Yan, L. Joly, C. Amemiya et al. (1998) “Zebrafish hox
clusters and vertebrate genome evolution.” Science 282: 1711-1714.

Amores, A., and J. H. Postlethwait (1999) “Banded chromosomes and the zebrafish
karyotype.” Methods in Cell Biology 60: 323-338.

Amsterdam, A., S. Burgess, G. Golling, W. Chen, Z. Sun et al. (1999) “A large-scale
insertional mutagenesis screen in zebrafish.” Genes & Development 13: 2713-2724.

Ao, L., X. Gu, Q. Feng, J. Wang, P. C. M. O’brien et al. (2006) “Karyotype relationships
of six bat species (Chiroptera, Vespertilionidae) from China revealed by chromosome
painting and G-banding comparison.” Cytogenet. Genome Res. 115: 145-153.

Archidiacono, N., C. T. Storlazzi, C. Spalluto, A. S. Ricco, R. Marzella et al. (1998)
“Evolution of chromosome Y in primates.” Chromosoma 107: 241-246.

Ardlie, K., S. N. Liu-Cordero, M. A. Eberle, M. Daly, J. Barrett et al. (2001) “Lower-
than-expected linkage disequilibrium between tightly linked markers in humans
suggests a role for gene conversion.” Am. J. Hum. Genet. 69: 582-589.

Arkhipova, I. R. (2005) “Mobile genetic elements and sexual reproduction.” Cytogenet.
Genome Res. 110: 372-382.

Armengol, L., T. Marques-Bonet, J. Cheung, R. Khaja, J. R. Gonzalez et al. (2005)
“Murine segmental duplications are hot spots for chromosome and gene evolution.”
Genomics 86: 692-700.

Armstrong, S. J., and D. A. Filatov (2008) “A cytogenetic view of sex chromosome
evolution in plants.” Cytogenet Genome Res 120: 241-246.

Artieri, C. G., L. A. Mitchell, S. H. S. Ng, S. E. Parisotto, R. G. Danzmann et al. (2006)
“Identification of the sex-determining locus of atlantic salmon (Salmo salar) on
chromosome 2.” Cytogenet. Genome Res. 112: 152-159.

Ayala, F. J., and M. Coluzzi (2005) “Chromosome speciation: Humans, Drosophila, and
mosquitoes.” Proc. Natl. Acad. Sci. U. S. A. 102: 6535-6542.

Ayling, L.-J., and D. K. Griffin (2002) “The evolution of sex chromosomes.” Cytogenet.
Genome Res. 99: 125-140.



132

Azevedo, R. B. R., R. Lohaus, S. Srinivasan, K. K. Dang and C. L. Burch (2006) “Sexual
reproduction selects for robustness and negative epistasis in artificial gene networks.”
Nature 440: 87-90.

Bachtrog, D. (2003) “Adaptation shapes patterns of genome evolution on sexual and
asexual chromosomes in Drosophila.” Nat. Genet. 34: 215-219.

Bachtrog, D. (2003) “Protein evolution and codon usage bias on the neo-sex
chromosomes of Drosophila miranda.” Genetics 165: 1221-1232.

Bachtrog, D. (2003) “Accumulation of spock and worf, two novel non-LTR
retrotransposons, on the neo-Y chromosome of Drosophila miranda.” Molecular
Biology and Evolution 20: 173-181.

Bachtrog, D. (2005) “Sex chromosome evolution: Molecular aspects of Y-chromosome
degeneration in Drosophila.” Genome Research 15: 1393-1401.

Bachtrog, D., and B. Charlesworth (2000) “Reduced levels of microsatellite variability on
the neo-Y chromosome of Drosophila miranda.” Curr. Biol. 10: 1025-1031.

Bachtrog, D., and B. Charlesworth (2001) “Towards a complete sequence of the human Y
chromosome.” Genome Biology 2: Reviews1016.1011-1016.1015.

Bachtrog, D., and B. Charlesworth (2002) “Reduced adaptation of a non-recombining
neo-Y chromosome.” Nature 416: 323-326.

Bachtrog, D., E. Hom, K. M. Wong, X. Maside and P. De Jong (2008) “Genomic
degradation of a young Y chromosome in Drosophila miranda.” Genome Biol 9: R30.

Backstrom, N., M. Brandstrom, L. Gustafsson, A. Qvarnstrom, H. Cheng et al. (2006)
“Genetic mapping in a natural population of collared flycatchers (Ficedula albicollis):
Conserved synteny but gene order rearrangements on the avian Z chromosome.”
Genetics 174: 377-386.

Bailey, J. A., G. Liu and E. E. Eichler (2003) “An Alu transposition model for the origin
and expansion of human segmental duplications.” Am. J. Hum. Genet. 73: 823-834.

Bandyopadhyay, R., C. Mcquillan, S. L. Page, K. H. A. Choo and L. G. Shaffer (2001)
“Identification and characterization of satellite III subfamilies to the acrocentric
chromosomes.” Chromosome Research 9: 223-233.

Bao, Z., and S. R. Eddy (2002) “Automated de novo identification of repeat sequence
families in sequenced genomes.” Genome Research 12: 1269-1276.

Barbash, D. A., D. F. Siino, A. M. Tarone and J. Roote (2003) “A rapidly evolving myb-
related protein causes species isolation in Drosophila.” Proc. Natl. Acad. Sci. U. S. A.
100: 5302-5307.



133

Bartolome, C., and B. Charlesworth (2006) “Rates and patterns of chromosomal
evolution in Drosophila pseudoobscura and D. miranda.” Genetics 173: 779-791.

Barton, N. H. (2000) “Genetic hitchhiking.” Philos. Trans. R. Soc. Lond., B, Biol. Sci.
355: 1553-1562.

Barton, N. H., and B. Charlesworth (1998) “Why sex and recombination?”” Science 281:
1986-1990.

Basset, P., G. Yannic, H. Briinner and J. Hausser (2006) “Restricted gene flow at specific
parts of the shrew genome in chromosomal hybrid zones.” Evolution 60: 1718-1730.

Bell, M. A., 1994 Paleobiology and evolution of threespine stickleback., pp. 438-471 in
Evolutionary biology of the threespine stickleback, edited by M. A. Bell and S. A.
Foster. Oxford University Press, Oxford.

Benfey, T. J. (1999) “The physiology and behavior of triploid fishes.” Reviews in
Fisheries Science 7: 39-67.

Bergero, R., D. Charlesworth, D. A. Filatov and R. C. Moore (2008) “Defining regions
and rearrangements of the Silene latifolia Y chromosome.” Genetics 178: 2045-2053.

Bergero, R., A. Forrest, E. Kamau and D. Charlesworth (2007) “Evolutionary strata on
the X chromosomes of the dioecious plant Silene latifolia: Evidence from new sex-
linked genes.” Genetics 175: 1945-1954.

Berlin, S., and H. Ellegren (2004) “Chicken W: A genetically uniform chromosome in a
highly variable genome.” Proc. Natl. Acad. Sci. U. S. A. 101: 15967-15969.

Berlocher, S. H. (2003) “When houseguests become parasites: Sympatric speciation in
ants.” Proc. Natl. Acad. Sci. U. S. A. 100: 6896-6898.

Berr, A., and I. Schubert (2006) “Direct labelling of BAC-DNA by rolling-circle
amplification.” The Plant Journal 45: 857-862.

Berta, P., J. R. Hawkins, A. H. Sinclair, A. Taylor, B. L. Griffiths et al. (1990) “Genetic
evidence equating SRY and the testis-determining factor.” Nature 348: 448-450.

Bertollo, L. A., M. S. Fontes, A. S. Fenocchio and J. Cano (1997) “The X X,Y sex
chromosome system in the fish Hoplias malabaricus. I. G-, C- and chromosome
replication banding.” Chromosome Res 5: 493-499.

Bertollo, L. A., and C. A. Mestriner (1998) “The X, X,Y sex chromosome system in the
fish Hoplias malabaricus. 11. Meiotic analyses.” Chromosome Res 6: 141-147.

Bertollo, L. A., C. Oliveira, W. F. Molina, V. P. Margarido, M. S. Fontes et al. (2004)
“Chromosome evolution in the erythrinid fish, Erythrinus erythrinus (teleostei:
Characiformes).” Heredity 93: 228-233.



134

Betancourt, A. J., and D. C. Presgraves (2002) “Linkage limits the power of natural
selection in Drosophila.” Proc. Natl. Acad. Sci. U. S. A. 99: 13616-13620.

Beye, M. (2004) “The dice of fate: The csd gene and how its allelic composition regulates
sexual development in the honey bee, Apis mellifera.” BioEssays 26: 1131-1139.

Beye, M., M. Hasselmann, M. K. Fondrk, R. E. Page, Jr. and S. W. Omholt (2003) “The
gene csd is the primary signal for sexual development in the honeybee and encodes an
SR-type protein.” Cell 114: 419-429.

Bohne, A., F. Brunet, D. Galiana-Arnoux, C. Schultheis and J. N. Volff (2008)
“Transposable elements as drivers of genomic and biological diversity in vertebrates.”
Chromosome Res 16: 203-215.

Boldogkoi, Z. (2004) “Gene network polymorphism is the raw material of natural
selection: The selfish gene network hypothesis.” Journal of Molecular Evolution 59:
340-357.

Borge, T., M. T. Webster, G. Andersson and G.-P. Saetre (2005) “Contrasting patterns of
polymorphism and divergence on the Z chromosome and autosomes in two ficedula
flycatcher species.” Genetics 171: 1861-1873.

Bosch, E., M. E. Hurles, A. Navarro and M. A. Jobling (2004) “Dynamics of a human
interparalog gene conversion hotspot.” Genome Research 14: 835-844.

Boughman, J. W. (2001) “Divergent sexual selection enhances reproductive isolation in
sticklebacks.” Nature 411: 944-948.

Bowen, N. J., and J. F. Mcdonald (2001) “Drosophila euchromatic LTR retrotransposons
are much younger than the host species in which they reside.” Genome Research 11:
1527-1540.

Braendle, C., and M.-A. Felix (2006) “Sex determination: Ways to evolve a
hermaphrodite.” Curr. Biol. 16: R468-R476.

Bray, N., I. Dubchak and L. Pachter (2003) “Avid: A global alignment program.” Genome
Research 13: 97-102.

Bridges, C. B. (1916) “Non-disjunction as proof of the chromosome theory of heredity.”
Genetics 1: 1-52.

Bull, J. J., 1983 Evolution of sex determining mechanisms. Benjamin/Cummings Pub.
Co., Advanced Book Program, Menlo Park, Calif.

Bull, J. J., and E. L. Charnov (1977) “Changes in the heterogametic mechanism of sex
determination.” Heredity 39: 1-14.



135

Bullejos, M., A. Sanchez, M. Burgos, R. Jimenez and R. Diaz De La Guardia (2000)
“The SRY gene HMG-box in micro- and megabats.” Cytogenetics and Cell Genetics
88: 30-34.

Burt, A., and R. Trivers, 2006 Genes in conflict: The biology of selfish genetic elements.
The Belknap Press, Cambridge, MA.

Burt, D. W., C. Bruley, I. C. Dunn, C. T. Jones, A. Ramage et al. (1999) “The dynamics
of chromosome evolution in birds and mammals.” Nature 402: 411-413.

Buston, P. (2003) “Size and growth modification in clownfish.” Nature 424: 145-146.
Butlin, R. K. (2005) “Recombination and speciation.” Molecular Ecology 14: 2621-2635.

Callinan, P. A., D. J. Hedges, A.-H. Salem, J. Xing, J. A. Walker et al. (2003)
“Comprehensive analysis of Alu-associated diversity on the human sex
chromosomes.” Gene 317: 103-110.

Campos-Ramos, R., S. C. Harvey, J. S. Masabanda, L. A. P. Carrasco, D. K. Griffin et al.
(2001) “Identification of putative sex chromosomes in the blue tilapia, Oreochromis
aureus, through synaptonemal complex and FISH analysis.” Genetica 111: 143-153.

Carlson, C. M., A. J. Dupuy, S. Fritz, K. J. Roberg-Perez, C. F. Fletcher et al. (2003)
“Transposon mutagenesis of the mouse germline.” Genetics 165: 243-256.

Carrasco, L. A. P., D. J. Penman and N. Bromage (1999) “Evidence for the presence
of sex chromosomes in the nile tilapia (Oreochromis niloticus) from synaptonemal
complex analysis of XX, XY and Y'Y genotypes.” Aquaculture 173: 207-218.

Carroll, S. B. (2000) “Endless forms: The evolution of gene regulation and morphological
diversity.” Cell 101: 577-580.

Carvalho, A. B. (2002) “Origin and evolution of the drosophila Y chromosome.” Curr.
Opin. Genet. Dev. 12: 664-668.

Carvalho, A. B. (2003) “The advantages of recombination.” Nat. Genet. 34: 128-129.

Carvalho, A. B., and A. G. Clark (2005) “Y chromosome of D. pseudoobscura is not
homologous to the ancestral Drosophila Y.” Science 307: 108-110.

Carvalho, A. B., M. D. Vibranovski, J. W. Carlson, S. E. Celniker, R. A. Hoskins et al.
(2003) “Y chromosome and other heterochromatic sequences of the Drosophila
melanogaster genome: How far can we go?” Genetica 117: 227-237.

Castiglia, R., R. Makundi and M. Corti (2006) “The origin of an unusual sex
chromosome constitution in Acomys sp. (Rodentia, Muridae) from Tanzania.”
Genetica 131: 201-207.



136

Centofante, L., L. A. Bertollo and O. Moreira-Filho (2006) “Cytogenetic characterization
and description of an XX/XY Y, sex chromosome system in catfish harttia carvalhoi
(siluriformes, loricariidae).” Cytogenet Genome Res 112: 320-324.

Chadwick, D., and J. Goode, 2002 The genetics and biology of sex determination. J.
Wiley, Chichester, West Sussex, England; New York, NY.

Charchar, F. J., M. Svartman, N. El-Mogharbel, M. Ventura, P. Kirby et al. (2003)
“Complex events in the evolution of the human pseudoautosomal region 2 (PAR2).”
Genome Research 13: 281-286.

Charchar, F. J., M. Tomaszewski, P. Strahorn, B. Champagne and A. F. Dominiczak
(2003) Y is there a risk to being male?” Trends in Endocrinology and Metabolism
14: 163-168.

Charlesworth, B. (1991) “The evolution of sex chromosomes.” Science 251: 1030-1033.

Charlesworth, B. (1996) “The evolution of chromosomal sex determination and dosage
compensation.” Curr. Biol. 6: 149-162.

Charlesworth, B., 2001 The evolution of chromosomal sex determination, pp. 207-224 in
The genetics and biology of sex determination, edited by D. Chadwick and J. Goode.
Novartis Foundation, London.

Charlesworth, B. (2004) “Sex determination: Primitive Y chromosomes in fish.” Curr.
Biol. 14: R745-R747.

Charlesworth, B. (2006) “The evolutionary biology of sex.” Curr. Biol. 16: R693-R695.

Charlesworth, B., and D. Charlesworth (1978) “A model for the evolution of dioecy and
gynodioecy.” Am. Nat. 112: 975-997.

Charlesworth, B., and D. Charlesworth (1999) “The genetic basis of inbreeding
depression.” Genetical Research 74: 329-340.

Charlesworth, B., and D. Charlesworth (2000) “The degeneration of Y chromosomes.”
Philos. Trans. R. Soc. Lond., B, Biol. Sci. 355: 1563-1572.

Charlesworth, D., and B. Charlesworth (1980) “Sex differences in fitness and selection
for centric fusions between sex-chromosomes and autosomes.” Genetical Research
35: 205-214.

Charlesworth, D., and B. Charlesworth (2005) “Sex chromosomes: Evolution of the
weird and wonderful.” Curr. Biol. 15: R129-R131.

Charlesworth, D., B. Charlesworth and G. Marais (2005) “Steps in the evolution of
heteromorphic sex chromosomes.” Heredity 95: 118-128.



137

Chen, T.-R., and H. M. Reisman (1970) “A comparative chromosome study of the North
American species of sticklebacks (Teleostei: Gasterosteidae).” Cytogenetics 9: 321-
332.

Cheng, Z., M. Ventura, X. She, P. Khaitovich, T. Graves et al. (2005) “A genome-wide
comparison of recent chimpanzee and human segmental duplications.” Nature 437:
88-93.

Christoffels, A., E. G. L. Koh, J.-M. Chia, S. Brenner, S. Aparicio et al. (2004) “Fugu
genome analysis provides evidence for a whole-genome duplication early during the
evolution of ray-finned fishes.” Molecular Biology and Evolution 21: 1146-1151.

Cirulli, E. T., and M. A. F. Noor (2007) “Localization and characterization of X
chromosome inversion breakpoints separating Drosophila mojavensis and Drosophila
arizonae.” Journal of Heredity 98: 111-114.

Clark, R. M., E. Linton, J. Messing and J. F. Doebley (2004) “Pattern of diversity in the
genomic region near the maize domestication gene tb1.” Proc. Natl. Acad. Sci. U. S.
A. 101: 700-707.

Clarkson, M. J., and V. R. Harley (2002) “Sex with two SOX on: Sry and Sox9 in testis
development.” Trends in Endocrinology and Metabolism 13: 106-111.

Cnaani, A., E. M. Hallerman, M. Ron, J. I. Weller, M. Indelman et al. (2003) “Detection
of a chromosomal region with two quantitative trait loci, affecting cold tolerance and
fish size, in an F, tilapia hybrid.” Aquaculture 223: 117-128.

Cnaani, A., B.-Y. Lee, N. Zilberman, C. Ozouf-Costaz, G. Hulata et al. (2008) “Genetics
of sex determination in tilapiine species.” Sex. Dev. 2: 43-54.

Cnaani, A., N. Zilberman, S. Tinman, G. Hulata and M. Ron (2004) “Genome-scan
analysis for quantitative trait loci in an F, tilapia hybrid.” Mol Genet Genomics 272:
162-172.

Coghlan, A., E. E. Eichler, S. G. Oliver, A. H. Paterson and L. Stein (2005)
“Chromosome evolution in eukaryotes: A multi-kingdom perspective.” Trends Genet
21: 673-682.

Coghlan, A., and K. H. Wolfe (2002) “Fourfold faster rate of genome rearrangement in
nematodes than in Drosophila.” Genome Research 16: 857-867.

Cohen, B. A., R. D. Mitra, J. D. Hughes and G. M. Church (2000) “A computational
analysis of whole-genome expression data reveals chromosomal domains of gene
expression.” Nat. Genet. 26: 183-186.



138

Colosimo, P. F., K. E. Hosemann, S. Balabhadra, G. Villarreal, Jr., M. Dickson et
al. (2005) “Widespread parallel evolution in sticklebacks by repeated fixation of
ectodysplasin alleles.” Science 307: 1928-1933.

Conley, A., and M. Hinshelwood (2001) “Mammalian aromatases.” Reproduction 121:
685-695.

Cork, J. M., and M. D. Purugganan (2004) “The evolution of molecular genetic pathways
and networks.” BioEssays 26: 479-484.

Cortopassi, G. A. (2002) “A neutral theory predicts multigenic aging and increased
concentrations of deleterious mutations on the mitochondrial and Y chromosomes.”
Free Radical Biology & Medicine 33: 605-610.

Cotinot, C., E. Pailhoux, F. Jaubert and M. Fellous (2002) “Molecular genetics of sex
determination.” Seminars in Reproductive Medicine 20: 157-167.

Courtay-Cahen, C., L. A. Griffiths, R. Hudson and M. Starkey (2007) “Extensive
coloured identification of dog chromosomes to support karyotype studies: The colour
code.” Cytogenet. Genome Res. 116: 198-204.

Coyne, J. A., and H. A. Orr, 2004 Speciation. Sinauer Associates, Sunderland, MA.

Cresko, W. A., Y.-L. Yan, D. A. Baltrus, A. Amores, A. Singer et al. (2003) “Genome
duplication, subfunction partitioning, and lineage divergence: Sox9 in stickleback and
zebrafish.” Developmental Dynamics 228: 480-489.

Crollius, H. R., and J. Weissenbach (2005) “Fish genomics and biology.” Genome
Research 15: 1675-1682.

Crosier, M., L. Viggiano, J. Guy, D. Misceo, R. Stones et al. (2002) “Human paralogs
of kiaa0187 were created through independent pericentromeric-directed and
chromosome-specific duplication mechanisms.” Genome Research 12: 67-80.

Cummings, W. J., M. Yabuki, E. C. Ordinario, D. W. Bednarski, S. Quay et al. (2007)
“Chromatin structure regulates gene conversion.” Public Library of Science Biology
5: 2145-2155.

Cufiado, N., J. Barrios, E. S. Miguel, R. Amaro, C. Fernandez et al. (2002)
“Synaptonemal complex analysis in oocytes and spermatocytes of threespine
stickleback Gasterosteus aculeatus (Teleostei, Gasterosteidae).” Genetica 114: 53-56.

Cunado, N., R. Navajas-Pérez, R. De La Herran, C. R. Rejon, M. R. Rejon et al.
(2007) “The evolution of sex chromosomes in the genus Rumex (Polygonaceae):

Identification of a new species with heteromorphic sex chromosomes.” Chromosome
Research 15: 825-832.



139

Daga, R. R., G. Thode and A. Amores (1996) “Chromosome complement, C-banding,
Ag-NOR and replication banding in the zebrafish Danio rerio.” Chromosome
Research 4: 29-32.

Dammann, P., and H. Burda (2006) “Sexual activity and reproduction delay ageing in a
mammal.” Curr. Biol. 16: R117-118.

De Almeida Toledo, L. F., and F. Foresti (2001) “Morphologically differentiated sex
chromosomes in neotropical freshwater fish.” Genetica 111: 91-100.

De Almeida Toledo, L. F., H. Foresti and L. F. De Almeida Toledo Filho (1984)
“Complex sex chromosome system in Eigenmannia sp. (Pisces, Gymnotiformes).”
Genetica 64: 165-169.

De Almeida-Toledo, L. F., M. F. Daniel-Silva, C. E. Lopes and S. A. Toledo-Filho

(2000) “Sex chromosome evolution in fish. II. Second occurrence of an X XY sex
chromosome system in Gymnotiformes.” Chromosome Res 8: 335-340.

Deininger, P. L., J. V. Moran, M. A. Batzer and H. H. Kazazian, Jr. (2003) “Mobile
elements and mammalian genome evolution.” Curr. Opin. Genet. Dev. 13: 651-658.

Delbridge, M. L., and J. A. M. Graves (1999) “Mammalian Y chromosome evolution and
the male-specific functions of Y chromosome-borne genes.” Reviews of Reproduction
4:101-109.

Depczynski, M., and D. R. Bellwood (2005) “Shortest recorded vertebrate lifespan found
in a coral reef fish.” Curr. Biol. 15: R288-R289.

Depinet, T. W., J. L. Zackowski, W. C. Earnshaw, S. Kaffe, G. S. Sekhon et al. (1997)
“Characterization of neo-centromeres in marker chromosomes lacking detectable
alpha-satellite DNA.” Human Molecular Genetics 6: 1195-1204.

Deuve, J. L., N. C. Bennett, A. Ruiz-Herrera, P. D. Waters, J. Britton-Davidian et al.
(2007) “Dissection of a Y-autosome translocation in Cryptomys hottentotus (Rodentia,
Bathyergidae) and implications for the evolution of a meiotic sex chromosome
chain.” Chromosoma 117:211-217.

Deveaux, L. C., and G. R. Smith (1994) “Region-specific activators of meiotic
recombination in Schizosaccharomyces pombe.” Genes & Development 8: 203-210.

Devlin, R. H., C. A. Biagi and D. E. Smailus (2001) “Genetic mapping of Y-chromosomal
DNA markers in Pacific salmon.” Genetica 111: 43-58.

Devlin, R. H., and Y. Nagahama (2002) “Sex determination and sex differentiation in fish:
An overview of genetic, physiological, and environmental influences.” Aquaculture
208: 191-364.



140

Devlin, R. H., G. W. Stone and D. E. Smailus (1998) “Extensive direct-tandem
organization of a long repeat DNA sequence on the Y chromosome of chinook salmon
(Oncorhynchus tshawytscha).” Journal of Molecular Evolution 46: 277-287.

Dewing, P., C. W. K. Chiang, K. Sinchak, H. Sim, P.-O. Fernagut et al. (2006) “Direct
regulation of adult brain function by the male-specific factor SRY.” Curr. Biol. 16:
415-420.

Di Meo, G. P., A. Perucatti, S. Floriot, D. Incarnato, R. Rullo et al. (2005) “Chromosome

evolution and improved cytogenetic maps of the Y chromosome in cattle, zebu, river
buffalo, sheep and goat.” Chromosome Research 13: 349-355.

Dieckmann, U., and M. Doebeli (1999) “On the origin of species by sympatric
speciation.” Nature 100: 354-357.

Disteche, C. M. (2008) “The not-so-silent X.” Nat Genet 40: 689-690.

Ditch, L. M., T. Shirangi, J. L. Pitman, K. L. Latham, K. D. Finley et al. (2004)
“Drosophila retained/dead ringer is necessary for neuronal pathfinding, female
receptivity and repression of fruitless independent male courtship behaviors.”
Development (Cambridge, UK) 132: 155-164.

Dolgin, E. S., and B. Charlesworth (2006) “The fate of transposable elements in asexual
populations.” Genetics 174: 817-827.

Dubchak, I., M. Brudno, G. G. Loots, L. Pachter, C. Mayor et al. (2000) “Active
conservation of noncoding sequences revealed by three-way species comparisons.”
Genome Research 10: 1304-1306.

Dupuy, A. J., K. Clark, C. M. Carlson, S. Fritz, A. E. Davidson et al. (2002) “Mammalian
germ-line transgenesis by transposition.” Proc. Natl. Acad. Sci. U. S. A. 99: 4495-
4499.

Earl, D. J., and M. W. Deem (2004) “Evolvability is a selectable trait.” Proc. Natl. Acad.
Sci. U. S. A. 101: 11531-11536.

Ebeling, A. W., and T. R. Chen (1970) “Heterogamety in teleostan fishes.” Transactions
of the American Fish Society 1: 131-138.

Edvardsson, M., F. E. Champion De Crespigny and T. Tregenza (2007) “Mating
behaviour: Promiscuous mothers have healthier young.” Curr. Biol. 17: R66-67.

Edwards, Y. J. K., G. Elgar, M. S. Clark and M. J. Bishop (1998) “The identification and
characterization of microsatellites in the compact genome of the japanese pufterfish,
Fugu rubripes: Perspectives in functional and comparative genomic analyses.” J.
Mol. Biol. 278: 843-854.



141

Eickbush, T. H., and H. S. Malik, 2002 Origins and evolution of retrotransposons in
Mobile DNA i, edited by N. L. Craig and E. Al. ASM Press, Washington, D.C.

Ellegren, H. (2003) “Levels of polymorphism on the sex-limited chromosome: A clue to
Y from W?” BioEssays 25: 163-167.

Ellegren, H., and A.-K. Fridolfsson (2003) “Sex-specific mutation rates in salmonid fish.”
Journal of Molecular Evolution 56: 458-463.

Ellegren, H., N. G. Smith and M. T. Webster (2003) “Mutation rate variation in the
mammalian genome.” Curr. Opin. Genet. Dev. 13: 562-568.

Elofsson, H., K. J. W. Van Look, K. Sundell, H. Sundh and B. Borg (2006) “Stickleback
sperm saved by salt in ovarian fluid.” Journal of Experimental Biology 209: 4230-
4237.

Elson, J. L., and R. N. Lightowlers (2006) “Mitochrondrial DNA clonality in the dock:
Can surveillance swing the case?” TRENDS in Genetics 22: 603-607.

Emerson, J. J., H. Kaessmann, E. Betran and M. Long (2004) “Extensive gene traffic on
the mammalian X chromosome.” Science 303: 537-540.

Endler, J. A. (1992) “Signals, signal conditions, and the direction of evolution.” The
American Naturalist 139: S125-S153.

Erlandsson, R., J. F. Wilson and S. Paabo (2000) “Sex chromosomal transposable element
accumulation and male-driven substitutional evolution in humans.” Molecular
Biology and Evolution 17: 804-812.

Ettensohn, C. A., M. R. lllies, P. Oliveri and D. L. De Jong (2003) “Alx1, a member of
the Cart1/AlIx3/Alx4 subfamily of paired-class homeodomain proteins, is an essential

component of the gene network controlling skeletogenic fate specification in the sea
urchin embryo.” Development (Cambridge, UK) 130: 2917-2928.

Evans, J. D., D. C. A. Shearman and B. P. Oldroyd (2004) “Molecular basis of sex
determination in haplodiploids.” Trends in ecology and Evolution 19: 1-3.

Ewing, B., and P. Green (1998) “Base-calling of automated sequencer traces using phred.
[1. Error probabilities.” Genome Research 8: 186-194.

Ewing, B., L. Hillier, M. C. Wendl and P. Green (1998) “Base-calling of automated
sequencer traces using phred. I. Accuracy assessment.” Genome Research 8: 175-185.

Ezaz, M. T., S. C. Harvey, C. Boonphakdee, A. J. Teale, B. J. Mcandrew et al. (2004)
“Isolation and physical mapping of sex-linked AFLP markers in nile tilapia
(Oreochromis niloticus I.).” Marine Biotechnology 6: 435-445.



142

Ezaz, T., A. E. Quinn, I. Miura, S. D. Sarre, A. Georges et al. (2005) “The dragon lizard
Pogona vitticeps has ZZ/ZW micro-sex chromosomes.” Chromosome Research 13:
763-776.

Ezaz, T., R. Stiglec, F. Veyrunes and J. A. M. Graves (2006) “Relationships between
vertebrate ZW and XY sex chromosome systems.” Curr. Biol. 16: R736-R743.

Fagegaltier, D., and B. S. Baker (2004) “X chromosome sites autonomously recruit
the dosage compensation complex in Drosophila males.” Public Library of Science
Biology 2: 1854-1861.

Fanti, L., D. R. Dorer, M. Berloco, S. Henikoff and S. Pimpinelli (1998)
“Heterochromatin protein 1 binds transgene arrays.” Chromosoma 107: 286-292.

Farias, I. P, G. Orti, I. Sampaio, H. Schneider and A. Meyer (2001) “The cytochrome B
gene as a phylogenetic marker: The limits of resolution for analyzing relationships
among cichlid fishes.” Journal of Molecular Evolution 53: 89-103.

Felip, A., A. Fujiwara, W. P. Young, P. A. Wheeler, M. Noakes et al. (2004)
“Polymorphism and differentiation of rainbow trout Y chromosomes.” Genome 47:
1105-1113.

Felip, A., S. Zanuy, M. Carrillo and F. Piferrer (2001) “Induction of triploidy and
gynogenesis in teleost fish with emphasis on marine species.” Genetica 111: 175-195.

Felsenstein, J. (1974) “The evolutionary advantage of recombination.” Genetics 78: 737-
756.

Ferreira, 1. A., and C. Martins (2007) “Physical chromosome mapping of repetitive
DNA sequences in nile tilapia Oreochromis niloticus: Evidences for a differential
distribution of repetitive elements in the sex chromosomes.” Micron, in press.
doi:10.1016/j.micron.2007.02.010.

Filatov, D. (2004) “Stickleback’s view of sex chromosome evolution.” Heredity 94: 275-
276.

Filatov, D. A. (2004) “Substitution rates in a new Silene latifolia sex-linked gene,
Slssx/y.” Molecular Biology and Evolution 22: 402-408.

Filatov, D. A. (2005) “Evolutionary history of Silene latifolia sex chromosomes revealed
by genetic mapping of four genes.” Genetics 170: 975-979.

Filatov, D. A., F. Monéger, I. Negrutiu and D. Charlesworth (2000) “Low variability in a
Y-linked plant gene and its implications for Y-chromosome evolution.” Nature 404:
388-390.



143

Fischer, C., C. Ozouf-Costaz, H. Roest Crollius, C. Dasilva, O. Jaillon et al. (2000)
“Karyotype and chromosome location of characteristic tandem repeats in the
pufferfish Tetraodon nigroviridis.” Cytogenetics and Cell Genetics 88: 50-55.

Fischer, S. E. J., E. Wienholds and R. H. A. Plasterk (2001) “Regulated transposition of
a fish transposon in the mouse germ line.” Proc. Natl. Acad. Sci. U. S. A. 98: 6759-
6764.

Fisher, R. A., 1999 The nature of inheritance; the fundamental theorem of natural
selection, pp. 1-47 in The genetical theory of natural selection, edited by J. H.
Bennett. Oxford University Press, New York.

Florea, L., G. Hartzell, Z. Zhang, G. M. Rubin and W. Miller (1998) “A computer
program for aligning a cDNA sequence with a genomic DNA sequence.” Genome Res
8: 967-974.

Foerster, W., and F. Anders (1977) “Zytogenetischer vergleich der karyotypen
verschiedener rassen und arten lebendgebarender zahnkarpfen der gattung
Xiphophorus.” Zool. Anz. 198: 167-177.

Ford, C. E., K. W. Jones, P. E. Polani, J. C. Almeida and J. H. Biggs (1959) “A sex-
chromosome anomaly in a case of gonadal dysgenesis (Turner’s syndrome).” Lancet
1: 711-713.

Foster, J. W., F. Brennan, G. Hampikian, P. N. Goodfellow, A. Sinclair et al. (1992)
“Evolution of sex determination and the Y chromosome: Sry-related sequences in
marsupials.” Nature 359: 531-533.

Foster, J. W., and J. A. M. Graves (1994) “An Sry-related sequence on the marsupial X
chromosome: Implications for the evolution of the mammalian testis-determining
gene.” Proc. Natl. Acad. Sci. U. S. A. 91: 1927-1931.

Franch, R., B. Louro, M. Tsalavouta, D. Chatziplis, C. S. Tsigenopoulos et al. (2006) “A
genetic linkage map of the hermaphrodite teleost fish Sparus aurata I.” Genetics 174:
851-861.

Francis, R. C., and G. W. Barlow (1993) “Social control of primary sex differentiation in
the midas cichlid.” Proc. Natl. Acad. Sci. U. S. A. 90: 10673-10675.

Frary, A., T. C. Nesbitt, A. Frary, S. Grandillo, E. Van Der Knaap et al. (2000) “Fw2.2: A
quantitative trait locus key to the evolution of tomato fruit size.” Science 289: 85-88.

Fraser, J. A., S. Diezmann, R. L. Subaran, A. Allen, K. B. Lengeler et al. (2004)
“Convergent evolution of chromosomal sex-determining regions in the animal and
fungal kingdoms.” Public Library of Science Biology 2: e384.



144

Fraser, J. A., and J. Heitman (2005) “Chromosomal sex-determining regions in animals,
plants and fungi.” Curr. Opin. Genet. Dev. 15: 645-651.

Fredga, K., A. Gropp, H. Winking and F. Frank (1976) “Fertile XX- and XY-type females
in the wood lemming Myopus schisticolor.” Nature 261: 225-227.

Fricke, H. W. (1979) “Mating system, resource defence and sex change in the
anemonefish Amphiprion akallopisos.” Zeitschrift fir Tierpsychologie 50: 313-326.

Froschauer, A., C. Korting, T. Katagiri, T. Aoki, S. Asakawa et al. (2002) “Construction
and initial analysis of bacterial artificial chromosome (BAC) contigs from the sex-
determining region of the platyfish Xiphophorous maculatus.” Gene 295: 247-254.

Fuhrmann, D. R., M. I. Krzywinksi, R. Chiu, P. Saeedi, J. E. Schein et al. (2003)
“Software for automated analysis of DNA fingerprinting gels.” Genome Research 13:
940-953.

Fujiwara, A., C. Nishida-Umehara, T. Sakamoto, N. Okamoto, I. Nakayama et al. (2001)
“Improved fish lymphocyte culture for chromosome preparation.” Genetica 111: 77-
89.

Furano, A. V., D. D. Duvernell and S. Boissinot (2004) “L1 (LINE-1) retrotransposon
diversity differs dramatically between mammals and fish.” TRENDS in Genetics 20:
9-14.

Gailey, D. A, J.-C. Billeter, J. H. Liu, F. Bauzon, J. B. Allendorfer et al. (2005)
“Functional conservation of the fruitless male sex-determination gene across 250
MYR of insect evolution.” Molecular Biology and Evolution 23: 633-643.

Gartler, S. M. (2006) “The chromosome number in humans: A brief history.” Nature
Reviews Genetics 7: 655-660.

Gavrilets, S., and W. R. Rice (2006) “Genetic models of homosexuality: Generating
testable predictions.” Proceedings of the Royal Society of London, Series B:
Biological Sciences 273: 3031-3038.

Gemmell, N. J., and F. Y. T. Sin (2002) “Mitochondrial mutations may drive Y
chromosome evolution.” BioEssays 24: 275-279.

Geyer, L. B., and S. R. Palumbi (2003) “Reproductive character displacement and the
genetics of gamete recognition in tropical sea urchins.” Evolution 57: 1049-1060.

Gharbi, K., A. Gautier, R. G. Danzmann, S. Gharbi, T. Sakamoto et al. (2006) “A linkage
map for brown trout (Salmo trutta): Chromosome homeologies and comparative
genome organization with other salmonid fish.” Genetics 172: 2405-2419.



145

Gibson, J., N. E. Morton and A. Collins (2006) “Extended tracts of homozygosity in
outbred human populations.” Human Molecular Genetics 15: 789-795.

Gillooly, J. F., A. P. Allen, G. B. West and J. H. Brown (2005) “The rate of DNA
evolution: Effects of body size and temperature on the molecular clock.” Proc. Natl.
Acad. Sci. U. S. A. 102: 140-145.

Goddard, M. R., H. C. J. Godfray and A. Burt (2005) “Sex increases the efficacy of
natural selection in experimental yeast populations.” Nature 434: 636-640.

Golling, G., A. Amsterdam, Z. Sun, M. Antonelli, E. Maldonado et al. (2002) “Insertional
mutagenesis in zebrafish rapidly identifies genes essential for early vertebrate
development.” Nat. Genet. 31: 135-140.

Gompel, N., B. Prud’homme, P. J. Wittkopp, V. A. Kassner and S. B. Carroll (2005)
“Chance caught on the wing: Cis-regulatory evolution and the origin of pigment
patterns in Drosophila.” Nature 433: 481-487.

Gonsalves, J., F. Sun, P. N. Schlegel, P. J. Turek, C. V. Hopps et al. (2004) “Defective
recombination in infertile men.” Human Molecular Genetics 13: 2875-2883.

Goodwin, E. B., and R. E. Ellis (2002) “Turning clustering loops: Sex determination in
Caenorhabditis elegans.” Curr. Biol. 12: R111-R120.

Gordo, I., and B. Charlesworth (2001) “Genetic linkage and molecular evolution.” Curr.
Biol. 11: R684-R686.

Gordo, I., A. Navarro and B. Charlesworth (2002) “Muller’s ratchet and the pattern of
variation at a neutral locus.” Genetics 161: 835-848.

Gordon, D. F.,, J. Wagner, B. L. Atkinson, M. Chiono, R. Berry et al. (1996) “Human
Cart-1: Structural organization, chromosomal localization, and functional analysis of
a cartilage-specific homeodomain cDNA.” DNA and Cell Biology 15: 531-541.

Goudie, C. A., B. A. Simco, K. B. Davis and Q. Liu (1995) “Production of gynogenetic
and polyploid catfish by pressure-induced chromosome set manipulation.”
Aquaculture 133: 185-198.

Grandillo, S., H. M. Ku and S. D. Tanksley (1999) “Identifying the loci responsible for
natural variation in fruit size and shape in tomato.” Theoretical and Applied Genetics
99: 978-987.

Graur, D., and W. Martin (2004) “Reading the entrails of chickens: Molecular timescales
of evolution and the illusion of precision.” TRENDS in Genetics 20: 80-86.

Graves, J. A. (1995) “The origin and function of the mammalian Y chromosome and
Y-borne genes--an evolving understanding.” BioEssays 17: 311-320.



146

Graves, J. A. M. (1996) “Mammals that break the rules: Genetics of marsupials and
monotremes.” Annual Review of Genetics 30: 233-260.

Graves, J. A. M. (1998) “Evolution of the mammalian Y chromosome and sex-
determining genes.” Journal of Experimental Zoology 281: 472-481.

Graves, J. A. M., 2001 Evolution of the testis-determining gene—the rise and fall of SRY,
pp. 86-101 in The genetics and biology of sex determination, edited by D. Chadwick
and J. Goode. Novartis Foundation, London.

Graves, J. A. M. (2005) “Recycling the Y chromosome.” Science 3007: 50-51.

Graves, J. A. M. (2006) “Sex chromosome specialization and degeneration in mammals.”
Cell 124: 901-914.

Graves, J. A. M., and M. L. Delbridge (2001) “The X - a sexy chromosome.” BioOEssays
23: 1091-1094.

Graves, J. A. M., J. Gécz and H. Hameister (2002) “Evolution of the human X - a smart
and sexy chromosome that controls speciation and development.” Cytogenet. Genome
Res. 99: 141-145.

Graves, J. A. M., E. Koina and N. Sankovic (2006) “How the gene content of human sex
chromosomes evolved.” Curr. Opin. Genet. Dev. 16: 219-224.

Graves, J. A. M., M. J. Wakefield and R. Toder (1998) “The origin and evolution of the
pseudoautosomal regions of human sex chromsomes.” Human Molecular Genetics 7:
1991-1996.

Gray, S. M., and J. S. Mckinnon (2006) “Linking color polymorphism maintenance and
speciation.” Trends in Ecology and Evolution: doi:10.1016/j.tree.2006.1010.1005.

Green, P., 1999 Cross_match.

Green, R. E., J. Krause, S. E. Ptak, A. W. Briggs, M. T. Ronan et al. (2006) “Analysis of
one million base pairs of neanderthal DNA.” Nature 444: 330-336.

Griffin, D. K., S. C. Harvey, R. Campos-Ramos, L.-J. Ayling, N. R. Bromage et al.
(2002) “Early origins of the X and Y chromosomes: Lessons from tilapia.” Cytogenet.
Genome Res. 99: 157-163.

Griffiths, R., K. J. Orr, A. Adam and I. Barber (2000) “DNA sex identification in the
three-spined stickleback.” Journal of Fish Biology 57: 1331-1334.

Grutzner, F., and J. A. M. Graves (2004) “A platypus’ eye view of the mammalian
genome.” Curr. Opin. Genet. Dev. 14: 642-649.



147

Grutzner, F., G. Lltjens, C. Rovira, D. W. Barnes, H.-H. Ropers et al. (1999) “Classical
and molecular cytogenetics of the pufferfish Tetraodon nigroviridis.” Chromosome
Research 7: 655-662.

Grutzner, F., W. Rens, E. Tsend-Ayush, N. EI-Mogharbel, P. C. O’brien et al. (2004) “In
the platypus a meiotic chain of ten sex chromosomes shares genes with the bird Z and
mammal X chromosomes.” Nature 432: 913-917.

Gubbay, J., J. Collignon, P. Koopman, B. Capel, A. Economou et al. (1990) “A gene
mapping to the sex-determining region of the mouse Y chromosome is a member of a
novel family of embryonically expressed genes.” Nature 346: 245-250.

Gubbay, J., P. Koopman, J. Collignon, P. Burgoyne and R. Lovell-Badge (1990)
“Normal structure and expression of ZFY genes in XY female mice mutant in TDY.”
Development 109: 647-653.

Haag, E. S., and A. V. Doty (2005) “Sex determination across evolution: Connecting the
dots.” Public Library of Science Biology 3: 21-24.

Hackstein, J. H. P., R. Hochstenbach, E. Hauschteck-Jungen and L. W. Beukeboom
(1996) “Is the Y chromosome of Drosophila an evolved supernumerary
chromosome?” BioEssays 18: 317-323.

Hahlbeck, E., R. Griffiths and B.-E. Bengtsson (2004) “The juvenile three-spined
stickleback (Gasterosteus aculeatus L.) as a model organism for endocrine disruption
I. Sexual differentiation.” Aquatic Toxicology 70: 287-310.

Hahlbeck, E., I. Katsiadaki, I. Mayer, M. Adolfsson-Erici, J. James et al. (2004) “The
juvenile three-spined stickleback (Gasterosteus aculeatus L.) as a model organism
for endocrine disruption Il. Kidney hypertrophy, vitellogenin and spiggin induction.”
Aquatic Toxicology 70: 311-326.

Hamaguchi, S., Y. Toyazaki, A. Shinomiya and M. Sakaizumi (2004) “The XX-XY sex-
determination system in Oryzias luzonensis and O. mekongensis revealed by the sex
ratio of the progeny of sex-reversed fish.” Zoological Science 21: 1015-1018.

Han, J. S., and J. D. Boeke (2004) “A highly active synthetic mammalian
retrotransposon.” Nature 429: 314-318.

Handley, L.-J. L., H. Ceplitis and H. Ellegren (2004) “Evolutionary strata on the chicken
Z chromosome: Implications for sex chromosome evolution.” Genetics 167: 367-376.

Harada, Y., Y. Takagaki, M. Sunagawa, T. Saito, L. Yamada et al. (2008) “Mechanism of
self-sterility in a hermaphroditic chordate.” Science 320: 548-550.

Hardie, D. C., and P. D. N. Hebert (2004) “Genome-size evolution in fishes.” Canadian
Journal of Fisheries and Aquatic Sciences 61: 1636-1646.



148
Hardy, G. H. (1908) “Mendelian proportions in a mixed population.” Science 28: 49-50.

Harley, V. R., 2001 The molecular action of testis-determining factors SRY and SOX9, pp.
57-67 in The genetics and biology of sex determination, edited by D. Chadwick and J.
Goode. Novartis Foundation, London.

Harley, V. R., M. J. Clarkson and A. Argentaro (2003) “The molecular action and
regulation of the testis-determining factors, SRY (Sex-determining Region on the
Y chromosome) and SOX9 [SRY-related high-mobility group (HMG) box 9].”
Endocrine Reviews 24: 466-487.

Harlin-Cognato, A., E. A. Hoffman and A. G. Jones (2006) “Gene cooption without
duplication during the evolution of a male-pregnancy gene in pipefish.” Proc. Natl.
Acad. Sci. U. S. A. 103: 19407-19412.

Harrison, J. S., and S. Edmands (2006) “Chromosomal basis of viability differences in
Tigriopus californicus interpopulation hybrids.” Journal of Evolutionary Biology 19:
2040-2051.

Harvey, S. C., J. Masabanda, L. A. P. Carrasco, N. R. Bromage, D. J. Penman et al.
(2002) “Molecular-cytogenetic analysis reveals sequence differences between the
sex chromosomes of Oreochromis niloticus: Evidence for an early stage of sex-
chromosome differentiation.” Cytogenet. Genome Res. 79: 76-80.

Hasselmann, M., and M. Beye (2004) “Signatures of selection among sex-determining
alleles of the honey bee.” Proc. Natl. Acad. Sci. U. S. A. 101: 4888-4893.

Hasselmann, M., and M. Beye (2006) “Pronounced differences of recombination activity
at the sex determination locus of the honeybee, a locus under strong balancing
selection.” Genetics 174: 1469-1480.

Hasselmann, M., T. Gempe, M. Schiott, C. G. Nunes-Silva, M. Otte et al. (2008)
“Evidence for the evolutionary nascence of a novel sex determination pathway in
honeybees.” Nature: doi:10.1038/nature07052.

Havecker, E. R., X. Gao and D. F. Voytas (2004) “The diversity of LTR
retrotransposons.” Genome Biology 5: 225.

Hebets, E. A. (2003) “Subadult experience influences adult mate choice in an arthropod:
Exposed female wolf spiders prefer males of a familiar phenotype.” Proc. Natl. Acad.
Sci. U. S. A. 100: 13390-13395.

Hedrick, P. W., J. Gadau and R. E. Page, Jr. (2006) “Genetic sex determination and
extinction.” Trends in Ecology and Evolution 21: 55-57.

Henikoff, S. (2002) “Near the edge of a chromosome’s ‘black hole’.” TRENDS in
Genetics 18: 165-167.



149
Henikoff, S., and H. S. Malik (2002) “Selfish drivers.” Nature 417: 227.

Henning, F., V. Trifonov, M. A. Ferguson-Smith and L. F. De Almeida-Toledo (2008)
“Non-homologous sex chromosomes in two species of the genus Eigenmannia
(Teleostei: Gymnotiformes).” Cytogenet Genome Res 121: 55-58.

Hey, J. (2003) “Speciation and inversions: Chimps and humans.” BioEssays 25: 825-828.

Higashijima, S.-1., H. Okamoto, N. Ueno, Y. Hotta and G. Eguchi (1997) “High-
frequency generation of transgenic zebrafish which reliably express GFP in whole
muscles or the whole body by using promoters of zebrafish origin.” Developmental
Biology 192: 289-299.

Higuchi, M., and A. Goto (1996) “Genetic evidence supporting the existence of two
distinct species in the genus Gasterosteus around Japan.” Environmental Biology of
Fishes 47: 1-16.

Hinds, D. A., L. L. Stuve, G. B. Nilsen, E. Halperin, E. Eskin et al. (2005) “Whole-
genome patterns of common DNA variation in three human populations.” Science
307: 1072-1079.

Hinegardner, R. (1968) “Evolution of cellular DNA content in teleost fishes.” The
American Naturalist 102: 517-523.

Hobza, R., E. Kejnovsky, B. Vyskot and A. Widmer (2007) “The role of chromosomal
rearrangements in the evolution of Silene latifolia sex chromosomes.” Mol Genet
Genomics 278: 633-638.

Hobza, R., M. Lengerova, J. Svoboda, H. Kubekova, E. Kejnovsky et al. (2006) “An
accumulation of tandem DNA repeats on the Y chromosome in Silene latifolia during
early stages of sex chromosome evolution.” Chromosoma 115: 376-382.

Hodgkin, J. (1983) “Two types of sex determination in a nematode.” Nature 304: 267-
268.

Hodgkin, J. (1992) “Genetic sex determination mechanisms and evolution.” BioEssays
14: 253-261.

Hoekstra, H. E., and S. V. Edwards (2000) “Multiple origins of XY female mice (genus
Akodon): Phylogenetic and chromosomal evidence.” Proceedings of the Royal
Society of London, Series B: Biological Sciences 267: 1825-1831.

Hoekstra, H. E., and J. M. Hoekstra (2001) “An unusual sex-determination system in
South American field mice (genus Akodon): The role of mutation, selection, and
meiotic drive in maintaining XY females.” Evolution 55: 190-197.



150

Hohenstein, P., and N. D. Hastie (2006) “The many facets of the Wilms’ Tumour gene,
WT1.” Human Molecular Genetics 15: R196-R201.

Honda, T., H. Suzuki and M. Itoh (1977) “An unusual sex chromosome constitution
found in the amami spinous country-rat Tokudaia osimensis osimensis.” Japanese
Journal of Genetics 52: 247-249.

Honda, T., H. Suzuki, M. Itoh and K. Hayashi (1978) “Karyotypical differences of
the amami spinous country-rats, Tokudaia osimensis osimensis obtained from two
neighbouring islands.” Japanese Journal of Genetics 53: 297-299.

Hong, Y., T. Liu, H. Zhao, H. Xu, W. Wang et al. (2004) “Establishment of a normal
medakafish spermatogonial cell line capable of sperm production in vitro.” Proc.
Natl. Acad. Sci. U. S. A. 101: 8011-8016.

Hood, M. E., J. Antonovics and B. Koskella (2004) “Shared forces of sex chromosome
evolution in haploid-mating and diploid-mating organisms: Microbotryum violaceum
and other model organisms.” Genetics 168: 141-146.

Hosemann, K. E., P. F. Colosimo and D. M. Kingsley (2004) “A simple and efficient
microinjection protocol for making transgenic sticklebacks.” (in press) Behavior.

Howell, W. M., and D. A. Black (1980) “Controlled silver-staining of nucleolus organizer
regions with a protective colloidal developer: A 1-step method.” Experientia 36:
1014-1015.

Huang, J., T. Fan, Q. Yan, H. Zhu, S. Fox et al. (2004) “Lsh, an epigenetic guardian of
repetitive elements.” Nucleic Acids Research 32: 5019-5028.

Huang, L., J. Chi, J. Wang, W. Nie, W. Su et al. (2006) “High-density comparative
BAC mapping in the black muntjac (Muntiacus crinifrons): Molecular cytogenetic
dissection of the origin of Mcr 1p+4 in the X X,Y,Y,Y, sex chromosome system.”
Genomics 87: 608-615.

Hughes, J. F., H. Skaletsky, T. Pyntikova, P. J. Minx, T. Graves et al. (2005)
“Conservation of Y-linked genes during human evolution revealed by comparative
sequencing in chimpanzee.” Nature 437: 101-104.

Hull, C. M., and J. Heitman (2002) “Genetics of Cryptococcus neoformans.” Annual
Review of Genetics 36: 557-615.

Huntingford, F. A., C. Adams, V. A. Braithwaite, S. Kadri, T. G. Pottinger et al. (2006)
“Current issues in fish welfare.” Journal of Fish Biology 68: 332-372.



151

Hussain, M. G., G. P. S. Rao, N. M. Humayun, C. F. Randall, D. J. Penman et al. (1995)
“Comparative performance of growth, biochemical composition and endocrine
profiles in diploid and triploid tilapia Oreochromis niloticus L.” Aquaculture 138: 87-
97.

Idnurm, A., F. J. Walton, A. Floyd and J. Heitman (2008) “Identification of the sex genes
in an early diverged fungus.” Nature 451: 193-196.

Ihssen, P. E., L. R. Mckay, . Mcmillan and R. B. Phillips (1990) “Ploidy manipulation
and gynogenesis in fishes: Cytogenetic and fisheries applications.” Trans Am Fish
Soc. 119: 698-717.

ljiri, S., H. Kaneko, T. Kobayashi, D. S. Wang, F. Sakai et al. (2008) “Sexual dimorphic
expression of genes in gonads during early differentiation of a teleost fish, the nile
tilapia Oreochromis niloticus.” Biol Reprod 78: 333-341.

International Chicken Genome Sequencing Consortium (2004) “Sequence and
comparative analysis of the chicken genome provide unique perspectives on
vertebrate evolution.” Nature 432: 695-716.

International Human Genome Sequencing Consortium (2004) “Finishing the euchromatic
sequence of the human genome.” Nature 431: 931-945.

Ironside, J. E., and D. A. Filatov (2005) “Extreme population structure and high
interspecific divergence of the Silene Y chromosome.” Genetics 171: 705-713.

Irvin, N., M. S. Hoddle, D. A. O’brochta, B. Carey and P. W. Atkinson (2004) “Assessing
fitness costs for transgenic Aedes aegypti expressing the GFP marker and transposase
genes.” Proc. Natl. Acad. Sci. U. S. A. 101: 891-896.

Itoh, Y., K. Kampf and A. P. Arnold (2008) “Molecular cloning of zebra finch W
chromosome repetitive sequences: Evolution of the avian W chromosome.”
Chromosoma 117: 111-121.

Iturra, P., J. F. Medrano, M. Bagley, N. Lam, N. Vergara et al. (1998) “Identification
of sex chromosome molecular markers using RAPDs and fluorescent in situ
hybridization in rainbow trout.” Genetica 101: 209-213.

Iwamatsu, T. (1994) “Stages of normal development in the medaka Oryzias latipes.”
Zoological Science 11: 825-839.

Iwamatsu, T. (1999) “Convenient method for sex reversal in a freshwater teleost, the
medaka.” Journal of Experimental Zoology 283: 210-214.

Izsvak, Z., Z. Ivics and R. H. A. Plasterk (2000) “Sleeping beauty, a wide host-range
transposon vector for genetic transformation in vertebrates.” J. Mol. Biol. 302: 93-
102.



152

Jablonka, E., and M. J. Lamb (1990) “The evolution of heteromorphic sex
chromosomes.” Biol. Rev. Camb. Philos. Soc. 65: 249-276.

Jacobs, P. A., and J. A. Strong (1959) “A case of human intersexuality having a possible
XXY sex determining mechanism.” Nature 183: 302-303.

Jacobson, D. J. (2005) “Blocked recombination along the mating-type chromosomes
of Neurospora tetrasperma involves both structural heterozygosity and autosomal
genes.” Genetics 171: 839-843.

Jager, R. J., M. Anvret, K. Hall and G. Scherer (1990) “A human XY female with a frame
shift mutation in the candidate testis-determining gene SRY.” Nature 348: 452-454.

Jaillon, O., J.-M. Aury, F. Brunet, J.-L. Petit, N. Stange-Thomann et al. (2004) “Genome
duplication in the teleost fish Tetraodon nigroviridis reveals the early vertebrate
proto-karyotype.” Nature 431: 946-957.

Jamilena, M., B. Mariotti and S. Manzano (2008) “Plant sex chromosomes: Molecular
structure and function.” Cytogenet Genome Res 120: 255-264.

Jamsari, A., I. Nitz, S. M. Reamon-Buttner and C. Jung (2004) “BAC-derived diagnostic
markers for sex determination in asparagus.” Theoretical and Applied Genetics 108:
1140-1146.

Jarne, P., and J. R. Auld (2006) “Animals mix it up too: The distribution of self-
fertilization among hermaphroditic animals.” Evolution 60: 1816-1824.

Jiggins, C. D., R. E. Naisbit, R. L. Coe and J. Mallet (2001) “Reproductive isolation
caused by colour pattern mimicry.” Nature 411: 302-305.

Jolly, C., I. Katsiadaki, N. Le Belle, I. Mayer and S. Dufour (2006) “Development of
a stickleback kidney cell culture assay for the screening of androgenic and anti-
androgenic endocrine disrupters.” Aquatic Toxicology 79: 158-166.

Jones, A. G., G. I. Moore, C. Kvarnemo, D. Walker and J. C. Avise (2003) “Sympatric
speciation as a consequence of male pregnancy in seahorses.” Proc. Natl. Acad. Sci.
U. S. A. 100: 6598-6603.

Jurka, J., V. V. Kapitonov, A. Pavlicek, P. Klonowski, O. Kohany et al. (2005) “Repbase
update, a database of eukaryotic repetitive elements.” Cytogenet. Genome Res. 110:
462-467.

Just, W., A. Baumstark, H. Hameister, B. Schreiner, I. Reisert et al. (2002) “The sex
determination in Ellobius lutescens remains bizarre.” Cytogenet. Genome Res. 96:
146-153.



153

Kaback, D. B., V. Guacci, D. Barber and J. W. Mahon (1992) “Chromosome size-
dependent control of meiotic recombination.” Science 256: 228-232.

Kai, W., K. Kikuchi, M. Fujita, H. Suetake, A. Fujiwara et al. (2005) “A genetic linkage
map for the tiger pufferfish, Takifugu rubripes.” Genetics 171: 227-238.

Kajikawa, M., K. Ichiyanagi, N. Tanaka and N. Okada (2004) “Isolation and
characterization of active LINE and SINEs from the eel.” Molecular Biology and
Evolution 22: 673-682.

Kanamori, A. (2000) “Systematic identification of genes expressed during early
oogenesis in medaka.” Molecular Reproduction and Development 55: 31-36.

Kanamori, A., and D. D. Brown (1993) “Cultured cells as a model for amphibian
metamorphosis.” Proc. Natl. Acad. Sci. U. S. A. 90: 6013=6017.

Kang, J. H., W. J. Kim and W. J. Lee (2008) “Genetic linkage map of olive flounder,
Paralichthys olivaceus.” Int J Biol Sci 4: 143-149.

Karpen, G. H., M.-H. Le and H. Le (1996) “Centric heterochromatin and the efficiency of
achiasmate disjunction in Drosophila female meiosis.” Science 273: 118-122.

Kato, A., J. C. Lamb and J. A. Birchler (2004) “Chromosome painting using repetitive
DNA sequences as probes for somatic chromosome identification in maize.” Proc.
Natl. Acad. Sci. U. S. A. 101: 13554-13559.

Kawahara, R., M. Miya, K. Mabuchi, S. Lavoue, J. G. Inoue et al. (2008)
“Interrelationships of the 11 Gasterosteiform families (sticklebacks, pipefishes, and
their relatives): A new perspective based on whole mitogenome sequences from 75
higher teleosts.” Mol Phylogenet Evol 46: 224-236.

Kazama, Y., and S. Matsunaga (2008) “The use of repetitive DNA in cytogenetic studies
of plant sex chromosomes.” Cytogenet Genome Res 120: 247-254.

Kazazian, H. H., Jr. (2004) “Mobile elements: Drivers of genome evolution.” Science
303: 1626-1632.

Kejnovsky, E., Z. Kubat, R. Hobza, M. Lengerova, S. Sato et al. (2006) “Accumulation
of chloroplast DNA sequences on the Y chromosome of Silene latifolia.” Genetica
128: 167-175.

Kellis, M., B. W. Birren and E. S. Lander (2004) “Proof and evolutionary analysis of
ancient genome duplication in the yeast Saccharomyces cerevisiae.” Nature 428: 617-
624.



154

Khorasani, M. Z., S. Hennig, G. Imre, S. Asakawa, S. Palczewski et al. (2004) “A first
generation physical map of the medaka genome in BACs essential for positional
cloning and clone-by-clone based genomic sequencing.” Mechanisms of Development
121: 903-913.

Kikuchi, K., W. Kai, A. Hosokawa, N. Mizuno, H. Suetake et al. (2007) “The sex-
determining locus in the tiger pufferfish, Takifugu rubripes.” Genetics 175: 2039-
2042.

Kimmel, C. B., B. Ullmann, C. Walker, C. Wilson, M. Currey et al. (2005) “Evolution
and development of facial bone morphology in threespine sticklebacks.” Proc. Natl.
Acad. Sci. U. S. A. 102: 5791-5796.

Kimura, K.-I., M. Ote, T. Tazawa and D. Yamamoto (2005) “Fruitless specifies sexually
dimorphic neural circuitry in the Drosophila brain.” Nature 438: 229-233.

King, T. E., S. J. Ballereau, K. E. Schurer and M. A. Jobling (2006) “Genetic signatures
of coancestry within surnames.” Curr. Biol. 16: 384-388.

Kingsley, D. M., and C. L. Peichel, 2007 The molecular genetics of evolutionary change
in sticklebacks, pp. 41-81 in Biology of the three-spined stickleback, edited by S.
Ostlund-Nilsson, I. Mayer and F. Huntingford. CRC Press, Boca Raton.

Kingsley, D. M., B. Zhu, K. Osoegawa, P. J. De Jong, J. Schein et al. (2004) “New
genomic tools for molecular studies of evolutionary change in sticklebacks.”
Behaviour 141: 1331-1344.

Kirkpatrick, M., and N. Barton (2005) “Chromosome inversions, local adaptation, and
speciation.” Genetics.

Kirsch, S., B. Weil3, T. L. Miner, R. H. Waterston, R. A. Clark et al. (2005)
“Interchromosomal segmental duplications of the pericentromeric region on the
human Y chromosome.” Genome Research 15: 195-204.

Kitano, J., S. Mori and C. L. Peichel (2007) “Phenotypic divergence and reproductive
isolation between sympatric forms of Japanese threespine sticklebacks.” Biological
Journal of the Linnean Society 91: 671-685.

Kittler, R., L. Pelletier, C. Ma, I. Poser, S. Fischer et al. (2005) “RNA interference rescue
by bacterial artificial chromosome transgenesis in mammalian tissue culture cells.”
Proc. Natl. Acad. Sci. U. S. A. 102: 2396-2401.

Klinkhardt, M. B., and B. Buuk (1990) “Karyologische studien an verschiedenen
stiBwasserfischarten aus brackigen kiistengewéssern der siidwestlichen ostsee.” Zool.
Anz. 225: 341-352.



155

Kluver, N., M. Kondo, A. Herpin, H. Mitani and M. Schartl (2005) “Divergent
expression patterns of Sox9 duplicates in teleosts indicate a lineage specific
subfunctionalization.” Development Genes and Evolution 215: 297-305.

Kobayashi, T., M. Matsuda, H. Kajiura-Kobayashi, A. Suzuki, N. Saito et al. (2004)
“Two DM domain genes, Dmy and Dmrt1, involved in testicular differentiation and
development in the medaka, Oryzias latipes.” Developmental Dynamics 231: 518-
526.

Kobayashi, T., F. Yamada, T. Hashimoto, S. Abe, Y. Matsuda et al. (2008) “Centromere
repositioning in the X chromosome of XO/XO mammals, Ryukyu spiny rat.”
Chromosome Res 16: 587-593.

Kochakpour, N., and P. B. Moens (2008) “Sex-specific crossover patterns in zebrafish
(Danio rerio).” Heredity 100: 489-495.

Kohn, M., H. Kehrer-Sawatzki, W. Vogel, J. A. M. Graves and H. Hameister (2004)
“Wide genome comparisons reveal the origins of the human X chromosome.”
TRENDS in Genetics 20: 598-603.

Kojima, K. K., and H. Fujiwara (2004) “Cross-genome screeing of novel sequence-
specific non-ltr retrotransposons: Various multicopy RNA genes and microsatellites
are selected as targets.” Molecular Biology and Evolution 21: 207-217.

Kojima, K. K., and H. Fujiwara (2005) “Long-term inheritance of the 28s rDNA-specific
retrotransposon R2.” Molecular Biology and Evolution 22: 2157-2165.

Kondo, M., U. Hornung, I. Nanda, S. Imai, T. Sasaki et al. (2006) “Genomic organization
of the sex-determining and adjacent regions of the sex chromosomes of medaka.”
Genome Research 16: 815-826.

Kondo, M., E. Nagao, H. Mitani and A. Shima (2001) “Differences in recombination
frequencies during female and male meioses of the sex chromosomes of the medaka,
Oryzias latipes.” Genetical Research 78: 23-30.

Kondo, M., I. Nanda, U. Hornung, S. Asakawa, N. Shimizu et al. (2003) “Absence of the
candidate male sex-determining gene Dmrt1B(Y) of medaka from other fish species.”
Curr. Biol. 13: 416-420.

Kondo, M., I. Nanda, U. Hornung, M. Schmid and M. Schartl (2004) “Evolutionary
origin of the medaka Y chromosome.” Curr. Biol. 14: 1664-1669.

Kondrashov, A. S., and F. A. Kondrashov (1999) “Interactions among quantitative traits
in the course of sympatric speciation.” Nature 400: 351-354.



156

Koopman, P., J. Gubbay, N. Vivian, P. Goodfellow and R. Lovell-Badge (1991) “Male
development of chromosomally female mice transgenic for SRY.” Nature 351: 117-
121.

Koopman, P., G. Schepers, S. Brenner and B. Venkatesh (2004) “Origin and diversity of
the Sox transcription factor gene family: Genome-wide analysis in Fugu rubripes.”
Gene 328: 177-186.

Koubova, J., D. B. Menke, Q. Zhou, B. Capel, M. D. Griswold et al. (2006) “Retinoic
acid regulates sex-specific timing of meiotic initiation in mice.” Proc. Natl. Acad. Sci.
U. S. A. 103: 2474-2479.

Kronforst, M. R., L. G. Young, D. D. Kapan, C. Mcneely, R. J. O’neill et al. (2006)
“Linkage of butterfly mate preference and wing color preference cue at the genomic
location of wingless.” Proc. Natl. Acad. Sci. U. S. A. 103: 6575-6580.

Kruse, P. F., and M. K. Patterson, 1973 Tissue culture: Methods and applications.
Academic Press, New York,.

Krzywinksi, J., D. R. Nusskern, M. R. Kern and N. J. Besansky (2004) “Isolation and
characterization of Y chromosome sequences from the african malaria mosquito
Anopheles gambiae.” Genetics 166: 1291-1302.

Krzywinksi, M., I. Bosdet, D. Smailus, R. Chiu, C. Mathewson et al. (2004) “A set of
BAC clones spanning the human genome.” Nucleic Acids Research 32: 3651-3660.

Kumar, V., B. T. Langstieh, K. V. Madhavi, V. M. Naidu, H. P. Singh et al. (2006)
“Global patterns in human mitochondrial DNA and Y-chromosome variation caused
by spatial instability of the local cultural process.” Public Library of Science Genetics
2: 420-424.

Kupfer, A., H. Muller, M. M. Antoniazzi, C. Jared, H. Greven et al. (2006) “Parental
investment by skin feeding in a caecilian amphibian.” Nature 440: 926-929.

Kurita, K., S. M. Burgess and N. Sakai (2004) “Transgenic zebrafish produced by
retroviral infection of in vitro-cultured sperm.” Proc. Natl. Acad. Sci. U. S. A. 101:
1263-1267.

Kuroda-Kawaguchi, T., H. Skaletsky, L. G. Brown, P. J. Minx, H. S. Cordum et al. (2001)
“The AzfC region of the Y chromosome features massive palindromes and uniform
recurrent deletions in infertile men.” Nat. Genet. 29: 279-286.

Kuroiwa, A., T. Watanabe, H. Hishigaki, E. Takahashi, T. Namikawa et al. (1998)
“Comparative fish mapping of mouse and rat homologues of twenty-five human
X-linked genes.” Cytogenetics and Cell Genetics 81: 208-212.



157

Kuroki, Y., A. Toyoda, H. Noguchi, T. D. Taylor, T. Itoh et al. (2005) “Comparative
analysis of chimpanzee and human Y chromosomes unveils complex evolutionary
pathway.” Nat. Genet. 38: 158-167.

Kurtz, J., M. Kalbe, P. B. Aeschlimann, M. A. Haberli, K. M. Wegner et al. (2004)
“Major histocompatibility complex diversity influences parasite resistance and innate
immunity in sticklebacks.” Proceedings of the Royal Society of London, Series B:
Biological Sciences 271: 197-204.

Lahn, B. T, and D. C. Page (1999) “Four evolutionary strata on the human X
chromosome.” Science 286: 964-967.

Lahti, D. C. (2005) “Evolution of bird eggs in the absence of cuckoo parasitism.” Proc.
Natl. Acad. Sci. U. S. A. 102: 18057-18062.

Lande, R. (1981) “Models of speciation by sexual selection on polygenic traits.” Proc.
Natl. Acad. Sci. U. S. A. 78: 3721-3725.

Lander, E. S., and D. Botstein (1989) “Mapping mendelian factors underlying
quantitative traits using RFLP linkage maps.” Genetics 121: 185-199.

Lebel-Hardenack, S., E. Hauser, T. F. Law, J. Schmid and S. R. Grant (2002) “Mapping
of sex determination loci on the white campion (Silene latifolia) Y chromosome using
amplified fragment length polymorphism.” Genetics 160: 717-725.

Lee, B.-Y., G. Hulata and T. Kocher (2004) “Two unlinked loci controlling the sex of blue
tilapia (Oreochromis aureus).” Heredity 92:543-549.

Lee, B.-Y., W.-J. Lee, J. T. Streelman, K. L. Carleton, A. E. Howe et al. (2005) “A second
generation linkage map of tilapia (Oreochromis spp.).” Genetics 170: 237-244.

Lee, B.-Y., D. J. Penman and T. D. Kocher (2003) “Identification of a sex-determining
region in nile tilapia (Oreochromis niloticus) using bulked segregant analysis.” Anim.
Genet. 34: 379-383.

Lee, B. Y., and T. D. Kocher (2007) “Exclusion of Wilms Tumour (Wt1b) and ovarian
Cytochrome p450 aromatase (Cypl19al) as candidates for sex determination genes in
nile tilapia (Oreochromis niloticus).” Anim. Genet. 38: 81-91.

Lee, C., R. Wevrick, R. B. Fisher, M. A. Ferguson-Smith and C. C. Lin (1997) “Human
centromeric DNAs.” Human Genetics 100: 291-304.

Leinonen, T., J. M. Cano, H. Makinen and J. Merila (2006) “Contrasting patterns of body
shape and neutral genetic divergence in marine and lake populations of threespine
sticklebacks.” Journal of Evolutionary Biology 19: 1803-1812.



158

Lemmon, A. R., and M. Kirkpatrick (2006) “Reinforcement and the genetics of hybrid
incompatibilities.” Genetics 173: 1145-1155.

Lemos, B., L. O. Araripe and D. L. Hartl (2008) “Polymorphic Y chromosomes harbor
cryptic variation with manifold functional consequences.” Science 319: 91-93.

Lengerova, M., E. Kejnovsky, R. Hobza, J. Macas, S. R. Grant et al. (2004) “Multicolor
FISH mapping of the dioecious model plant, Silene latifolia.” Theoretical and Applied
Genetics 108: 1193-1199.

Lenormand, T., and J. Dutheil (2005) “Recombination difference between sexes: Arole
for haploid selection.” Public Library of Science Biology 3: 396-403.

Leu, J.-Y., and A. W. Murray (2006) “Experimental evolution of mating discrimination in
budding yeast.” Curr. Biol. 16: 280-286.

Levan, A., K. Fredga and A. A. Sandberg (1964) “Nomenclature for centromeric position
on chromosomes.” Hereditas 52: 201-220.

Lewis, Z. R., M. C. Mcclellan, J. H. Postlethwait, W. A. Cresko and R. H. Kaplan (2007)

“Female-specific increase in primordial germ cells marks sex differentiation in
threespine stickleback (Gasterosteus aculeatus).” J Morphol. 269: 909-921.

Li,R.,J. Ye, S. Li, J. Wang, Y. Han et al. (2005) “ReAS: Recovery of ancestral sequences
for transposable elements from the unassembled reads of a whole genome shotgun.”
Public Library of Science Computational Biology 1: 313-321.

Li, T., J. Wang, W. Su and F. Yang (2006) “Chromosomal mechanisms underlying the
karyotype evolution of the oriental voles (Muridae, Eothenomys).” Cytogenet.
Genome Res. 114: 50-55.

Li, Y., J. A. Hill, G. H. Yue, F. Chen and L. Orban (2002) “Extensive search does not
identify genomic sex markers in Tetraodon nigroviridis.” Journal of Fish Biology 61:
1314-1317.

Libertini, A., R. Vitturi, A. Lannino, M. C. Maone, P. Franzoi et al. (2006) “FISH
mapping of 18S rDNA and (TTAGGG), sequences in two pipefish species
(Gasterosteiformes: Syngnathidae).” J. Genet. 85: 153-156.

Liu, J. D., M. S.Yi, G. Zhao, F. Zhou, D. Q. Wang et al. (2002) “Sex chromosomes in
the spiny eel (Mastacembelus aculeatus) revealed by mitotic and meiotic analysis.”
Cytogenet. Genome Res. 98: 291-297.

Liu, Z., P. H. Moore, H. Ma, C. M. Ackerman, M. Ragiba et al. (2004) “A primitive Y
chromosome in papaya marks incipient sex chromosome evolution.” Nature 427:
348-352.



159

Lizarralde, M., A. Bolzan and M. Bianchi (2003) “Karyotype evolution in south american
subterranean rodents Ctenomys magellanicus (Rodentia: Octodontidae): Chromosome
rearrangements and (TTAGGG), telomeric sequence localization in 2n=34 and 2n=36
chromosomal forms.” Hereditas 139: 13-17.

Locke, D. P., N. Archidiacono, D. Misceo, M. F. Cardone, S. Deschamps et al. (2003)
“Refinement of a chimpanzee pericentric inversion breakpoint to a segmental
duplication cluster.” Genome Biology 4: R50.

Louis, M., L. Holm, L. Sanchez and M. Kaufman (2003) “A theoretical model for
the regulation of Sex-lethal, a gene that controls sex determination and dosage
compensation in Drosophila melanogaster.” Genetics 165: 1355-1384.

Lucchesi, J. C. (1999) “On the origin of sex chromosomes.” BioEssays 21: 188-190.

Lucchesi, J. C., and T. Skripsky (1981) “The link between dosage compensation and sex
differentiation in Drosophila melanogaster.” Chromosoma 82: 217-227.

Luo, G., Z. lvics, Z. Izsvak and A. Bradley (1998) “Chromosomal transposition of a Tc1/
mariner-like element in mouse embryonic stem cells.” Proc. Natl. Acad. Sci. U. S. A.
95: 10769-10773.

Lutfalla, G., H. R. Crollius, F. G. Brunet, V. Laudet and M. Robinson-Rechavi (2003)
“Inventing a sex-specific gene: A conserved role of Dmrtl in teleost fishes plus
a recent duplication in the medaka Oryzias latipes resulted in Dmy.” Journal of
Molecular Evolution 57: S148-S153.

Lynch, M., and J. S. Conery (2000) “The evolutionary fate and consequences of duplicate
genes.” Science 290: 1151-1155.

Lynch, M., and A. Force (2000) “The probability of duplicate gene preservation by
subfunctionalization.” Genetics 154: 459-473.

Lyon, M. F. (1961) “Gene action in the X-chromosome of the mouse (Mus musculus L.).”
Nature 190: 372-373.

Ma, H., P. H. Moore, Z. Liu, M. S. Kim, Q. Yu et al. (2004) “High-density linkage
mapping revealed suppression of recombination at the sex determination locus in
papaya.” Genetics 166: 419-436.

Mackiewicz, M., A. Tatarenkov, A. Perry, J. R. Martin, J. F. Elder, Jr. et al. (2006)
“Microsatellite documentation of male-mediated outcrossing between inbred
laboratory strains of the self-fertilizing mangrove killifish (Kryptolebias
marmoratus).” Journal of Heredity 97:508-513.



160

Mackiewicz, M., A. Tatarenkov, D. S. Taylor, B. J. Turner and J. C. Avise (2006)
“Extensive outcrossing and androdioecy in a vertebrate species that otherwise
reproduces as a self-fertilizing hermaphrodite.” Proc. Natl. Acad. Sci. U. S. A. 103:
9924-9928.

Mackiewicz, M., A. Tatarenkov, B. J. Turner and J. C. Avise (2006) “A mixed-mating
strategy in a hermaphroditic vertebrate.” Proceedings of the Royal Society of London,
Series B: Biological Sciences 273: 2449-2452.

Maclean, J. A., li, M. A. Chen, C. M. Wayne, S. R. Bruce, M. Rao et al. (2005) “RhoX: A
new homeobox gene cluster.” Cell 120: 369-382.

Maggert, K. A., and K. G. Golic (2005) “Highly efficient sex chromosome interchanges
produced by I-Crel expression in Drosophila.” Genetics 171: 1103-1114.

Malik, H. S., and J. J. Bayes (2006) “Genetic conflicts during meiosis and the
evolutionary origins of centromere complexity.” Biochem Soc Trans 34: 569-573.

Malik, H. S., W. D. Burke and T. H. Eickbush (1999) “The age and evolution of non-LTR
retrotransposable elements.” Molecular Biology and Evolution 16: 793-805.

Malik, H. S., and T. H. Eickbush (1999) “Modular evolution of the integrase domain in
the Ty3/Gypsy class of LTR retrotransposons.” Journal of Virology 73: 5186-5190.

Malik, H. S., and S. Henikoff (2002) “Conflict begets complexity: The evolution of
centromeres.” Curr. Opin. Genet. Dev. 12: 711-718.

Malik, H. S., S. Henikoff and T. H. Eickbush (2000) “Poised for contagion: Evolutionary
origins of the infectious abilities of invertebrate retroviruses.” Genome Research 10:
1307-1318.

Malone, J. H., D. L. Hawkins, Jr. and P. Michalak (2006) “Sex-biased gene expression in
a ZW sex determination system.” Journal of Molecular Evolution 63: 427-436.

Mandrioli, M., and G. C. Manicardi (2001) “Cytogenetic and molecular analysis of the
pufferfish Tetraodon fluviatilis (Osteichthyes).” Genetica 111: 433-438.

Mank, J. E., and J. C. Avise (2006) “Cladogenetic correlates of genomic expansions in
the recent evolution of actinopterygiian fishes.” Proceedings of the Royal Society of
London, Series B: Biological Sciences 273: 33-38.

Mank, J. E., and J. C. Avise (2006) “Phylogenetic conservation of chromosome numbers
in actinopterygiian fishes.” Genetica 127: 321-327.

Mank, J. E., D. W. Hall, M. Kirkpatrick and J. C. Avise (2006) “Sex chromosomes and
male ornaments: A comparative evaluation in ray-finned fishes.” Proceedings of the
Royal Society of London, Series B: Biological Sciences 273: 233-236.



161

Mank, J. E., D. E. Promislow and J. C. Avise (2006) “Evolution of alternative sex-
determining mechanisms in teleost fishes.” Biological Journal of the Linnean Society
87: 83-93.

Marais, G., and N. Galtier (2003) “Sex chromosomes: How X-Y recombination stops.”
Curr. Biol. 13: R641-643.

Marais, G. A., M. Nicolas, R. Bergero, P. Chambrier, E. Kejnovsky et al. (2008)
“Evidence for degeneration of the Y chromosome in the dioecious plant Silene
latifolia.” Curr. Biol. 18: 545-549.

Marchal, J. A., M. J. Acosta, M. Bullejos, R. Diaz De La Guardia and A. Sanchez (2004)
“A repeat DNA sequence from the Y chromosome in species of the genus Microtus.”
Chromosome Research 12: 757-765.

Marguilies, E. H., Nisc Comparative Sequencing Program, V. V. B. Maduro, P. J. Thomas,
J. P. Tomkins et al. (2005) “Comparative sequencing provides insights about the
structure and conservation of marsupial and monotreme genomes.” Proc. Natl. Acad.
Sci. U. S. A. 102: 3354-3359.

Martin, O. Y., and D. J. Hosken (2003) “The evolution of reproductive isolation through
sexual conflict.” Nature 423: 979-982.

Masly, J. P., C. D. Jones, M. A. F. Noor, J. Locke and H. A. Orr (2006) “Gene
transposition as a cause of hybrid sterility in Drosophila.” Science 313: 1448-1450.

Masly, J. P., and D. C. Presgraves (2007) “High-resolution genome-wide dissection of the
two rules of speciation in Drosophila.” Public Library of Science Biology 5: 243.

Masumoto, H., H. Masukata, Y. Muro, N. Nozaki and T. Okazaki (1989) “A human
centromere antigen (CenP-b) interacts with a short specific sequence in alphoid DNA,
a human centromeric satellite.” The Journal of Cell Biology 109: 1963-1973.

Mata, J., and J. Béhler (2003) “Correlations between gene expression and gene
conservation in fission yeast.” Genome Research.

Matsubara, K., H. Tarui, M. Toriba, K. Yamada, C. Nishida-Umehara et al. (2006)
“Evidence for different origin of sex chromosomes in snakes, birds, and mammals
and step-wise differentiation of snake sex chromosomes.” Proc. Natl. Acad. Sci. U. S.
A. 103: 18190-18195.

Matsuda, M. (2003) “Sex determination in fish: Lessons from the sex-determining gene
of the teleost medaka, Oryzias latipes.” Development, Growth and Differentiation 45:
397-403.

Matsuda, M. (2005) “Sex determination in the teleost medaka, Oryzias latipes.” Annual
Review of Genetics 39: 293-307.



162

Matsuda, M., C. Matsuda, S. Hamaguchi and M. Sakaizumi (1998) “Identification
of the sex chromosomes of the medaka, Oryzias latipes, by fluorescence in situ
hybridization.” Cytogenetics and Cell Genetics 82: 257-262.

Matsuda, M., Y. Nagahama, A. Shinomiya, T. Sato, C. Matsuda et al. (2002) “Dmy is
a Y-specific DM-domain gene required for male development in the medaka fish.”
Nature 417: 559-563.

Matsuda, M., T. Sato, Y. Toyazaki, Y. Nagahama, S. Hamaguchi et al. (2003) “Oryzias
curvinotis has DMY, a gene that is required for male development in the medaka, O.
latipes.” Zoological Science 20: 159-161.

Matsuda, M., A. Shinomiya, M. Kinoshita, A. Suzuki, T. Kobayashi et al. (2007) “DMY
gene induces male development in genetically female (XX) medaka fish.” Proc. Natl.
Acad. Sci. U. S. A. 104: 3865-3870.

Matsuda, M., S. Sotoyama, S. Hamaguchi and M. Sakaizumi (1999) “Male-specific
restriction of recombination frequency in the sex chromosomes of the medaka,
Oryzias latipes.” Genetical Research 73: 225-231.

Matsuo, M. Y., and M. Nonaka (2004) “Repetitive elements in the major
histocompatibility complex (MHC) class I region of a teleost, medaka: Identification
of novel transposable elements.” Mechanisms of Development 121: 771-777.

Mattern, M. Y. (2004) “Molecular phylogeny of the Gasterosteidae: The importance of
using multiple genes.” Molecular Phylogenetics and Evolution 30: 366-377.

Mattern, M. Y., 2007 Phylogeny, systematics, and taxonomy of sticklebacks, pp. 1-40 in
Biology of the three-spined stickleback, edited by S. Ostlund-Nilsson, 1. Mayer and F.
Huntingford. CRC Press, Boca Raton.

Mattern, M. Y., and D. A. Mclennan (2004) “Total evidence phylogeny of Gasterosteidae:
Combining molecular, morphological and behavioral data.” Cladistics 20.

Mayor, C., M. Brudno, J. R. Schwartz, A. Poliakov, E. M. Rubin et al. (2000) “Vista:
Visualizing global DNA sequence alignments of arbitrary length.” Bioinformatics 16:
1046-1047.

Mazzi, D., R. Kiinzler and T. C. M. Bakker (2003) “Female preference for symmetry in
computer-animated three-spined sticklebacks, Gasterosteus aculeatus.” Behavioral
Ecology and Sociobiology 54: 156-161.

Mazzi, D., R. Kunzler, C. R. Largiadéer and T. C. M. Bakker (2004) “Inbreeding affects
female preference for symmetry in computer-animated sticklebacks.” Behavior
Genetics 34: 417-424.



163

Mcallister, B. F. (2003) “Sequence differentiation associated with an inversion on the
neo-X chromosome of Drosophila americana.” Genetics 165: 1317-1328.

Mcallister, B. F., S. L. Sheeley, P. A. Mena, A. L. Evans and C. Schlotterer (2008)
“Clinal distribution of a chromosomal rearrangement: A precursor to chromosomal
speciation?” Evolution.

Mccarthy, E. M., and J. F. Mcdonald (2004) “Long terminal repeat retrotransposons of
Mus musculus.” Genome Biology 5: 1-8.

Mccreery, B. R., P. Licht, R. Barnes, J. E. Rivier and W. W. Vale (1982) “Actions of
agonistic and antagonistic analogs of gonadotropin releasing hormone (Gn-rh) in the
bullfrog Rana catesbeiana.” General and Comparative Endocrinology 46: 511-520.

Mckinnon, J. S., and H. D. Rundle (2002) “Speciation in nature: The threespine
stickleback model systems.” Trends in Ecology and Evolution 117: 480-488.

Mclennan, D. A., and M. Y. Mattern (2001) “The phylogeny of the Gasterosteidae:
Combining behavioral and morphological data sets.” Cladistics 17: 11-27.

Mcpherson, J. D., M. Marra, L. Hillier, R. H. Waterston, A. Chinwalla et al. (2001) “A
physical map of the human genome.” Nature 409: 934-941.

Mcvean, G. A. T., S. R. Myers, S. Hunt, P. Deloukas, D. R. Bentley et al. (2004) “The
fine-scale structure of recombination rate variation in the human genome.” Science
304: 581-584.

Meller, V. H., and M. 1. Kuroda (2002) “Sex and the single chromosome.” Adv. Genet.
46: 1-24.

Menke, D. B., and D. C. Page (2002) “Sexually dimorphic gene expression in the
developing mouse gonad.” Gene Expression Patterns 2: 359-367.

Menkis, A., D. J. Jacobson, T. Gustafsson and H. Johannesson (2008) “The mating-type
chromosome in the filamentous ascomycete Neurospora tetrasperma represents a
model for early evolution of sex chromosomes.” PLoS Genet 4: e1000030.

Metcalfe, C. J., M. D. B. Eldridge and P. G. Johnston (2007) “Mapping the distribution of
the telomeric sequence (T,AG,)  in the Macropodoidea (Marsupialia) by fluorescence
in situ hybridization. II. The ancestral 2n=22 macropodid karyotype.” Cytogenet.
Genome Res. 116: 212-217.

Meyer, A. (2002) “The stuff new species are made of?”” Nat. Genet. 30: 127-128.

Meyer, B. J., and L. P. Casson (1986) “Caenorhabditis elegans compensates for the

difference in X chromosome dosage between the sexes by regulating transcript
levels.” Cell 47: 871-881.



164

Meyne, J., R. J. Baker, H. H. Hobart, T. C. Hsu, O. A. Ryder et al. (1990) “Distribution
of the non-telomeric sites of the (TTAGG)_telomeric sequence in vertebrate
chromosomes.” Chromosoma 99: 3-10.

Milinski, M., S. Griffiths, K. M. Wegner, T. B. H. Reusch, A. Haas-Assenbaum et al.
(2005) “Mate choice decisions of stickleback females predictably modified by MHC
peptide ligands.” Proc. Natl. Acad. Sci. U. S. A. 102: 4414-4418.

Miller, C. T., S. Beleza, A. A. Pollen, D. Schluter, R. A. Kittles et al. (2007) “Cis-
regulatory changes in Kit ligand expression and parallel evolution of pigmentation in
sticklebacks and humans.” Cell 131: 1179-1189.

Miller, L. M., J. D. Plenefisch, L. P. Casson and B. J. Meyer (1988) “Xol-1: A gene
that controls the male modes of both sex determination and X chromosome dosage
compensation in C. elegans.” Cell 55: 167-183.

Miller, M. A., A. D. Cutter, I. Yamamoto, S. Ward and D. Greenstein (2004) “Clustered
organization of reproductive genes in the C. elegans genome.” Curr. Biol. 14: 1284-
1290.

Miller, S. W., D. C. Hayward, T. A. Bunch, D. J. Miller, E. E. Ball et al. (2003) “A DM
domain protein from a coral, Acropora millepora, homologous to proteins important
for sex determination.” Evolution and Development 5: 251-258.

Ming, R., S. Hou, Y. Feng, Q. Yu, A. Dionne-Laporte et al. (2008) “The draft genome of
the transgenic tropical fruit tree papaya (Carica papaya Linnaeus).” Nature 452: 991-
996.

Ming, R., and P. H. Moore (2007) “Genomics of sex chromosomes.” Curr. Opin. Plant
Biol. 10: 1-8.

Ming, R., Q. Yu and P. H. Moore (2007) “Sex determination in papaya.” Seminars in Cell
& Developmental Biology 18: 401-408.

Mitchell, M. J., S. A. Wilcox, J. M. Watson, J. L. Lerner, D. R. Woods et al. (1998)
“The origin and loss of the ubiquitin activating enzyme gene on the mammalian Y
chromosome.” Human Molecular Genetics 7: 429-434.

Mittwoch, U. (2005) “Sex determination in mythology and history.” Arquivos brasileiros
de endocrinologia e metabologia 49: 7-13.

Mittwoch, U. (2006) “Sex is a threshold dichotomy mimicking a single gene effect.”
TRENDS in Genetics 22: 96-100.



165

Miura, 1., H. Ohtani, M. Nakamura, Y. Ichikawa and K. Saitoh (1998) “The origin
and differentiation of the heteromorphic sex chromosomes Z, W, X, and Y in the
frog Rana rugosa, inferred from the sequences of a sex-linked gene, ADP/ATP
translocase.” Mol Biol Evol 15: 1612-1619.

Mizuno, S., R. Kunita, O. Nakabayashi, Y. Kuroda, N. Arai et al. (2002) “Z and W
chromosomes of chickens: Studies on their gene functions in sex determination and
sex differentiation.” Cytogenet. Genome Res. 99: 236-244.

Modi, W. S., and D. Crews (2005) “Sex chromosomes and sex determination in reptiles.”
Curr. Opin. Genet. Dev. 15: 1-6.

Morgan, T. H. (1910) “Sex limited inheritance in Drosophila.” Science 32: 120-122.

Morin, P. A., A. Nestler, N. T. Rubio-Cisneros, K. M. Robertson and S. L. Mesnick
(2005) “Interfamilial characterization of a region of the ZFX and ZFY genes facilitates
sex determination in cetaceans and other mammals.” Molecular Ecology 14: 3275-
3286.

Morinaga, C., T. Tomonaga, T. Sasado, H. Suwa, K. Niwa et al. (2004) “Mutations
affecting gonadal development in medaka, Oryzias latipes.” Mechanisms of
Development 121: 829-839.

Mrackova, M., M. Nicolas, R. Hobza, I. Negrutiu, F. Monéger et al. (2008) “Independent
origin of sex chromosomes in two species of the genus Silene.” Genetics 179: 1129-
1133.

Munday, P. L., P. M. Buston and R. R. Warner (2006) “Diversity and flexibility of sex-
change strategies in animals.” Trends in Ecology and Evolution 21: 89-95.

Myers, S., L. Bottolo, C. Freeman, G. Mcvean and P. Donnelly (2005) “A fine-scale map
of recombination rates and hotspots across the human genome.” Science 310: 321-
324,

Nagai, K. (2001) “Molecular evolution of SRY and SOX gene.” Gene 270: 161-1609.

Nagai, T., Y. Takehana, S. Hamaguchi and M. Sakaizumi (2008) “Identification of the
sex-determining locus in the Thai medaka, Oryzias minutillus.” Cytogenet Genome
Res 121: 137-142.

Naisbit, R. E., C. D. Jiggins and J. Mallet (2003) “Mimicry: Developmental genes that
contribute to speciation.” Evolution and Development 5: 269-280.

Nakamura, Y., C. Julier, R. Wolff, T. Holm, P. O’connell et al. (1987) “Characterization
of a human ‘midisatellite’ sequence.” Nucleic Acids Research 15: 2537-2547.



166

Nanda, I., M. Kondo, U. Hornung, S. Asakawa, C. Winkler et al. (2002) “A duplicated
copy of Dmrtl in the sex-determining region of the Y chromosome of the medaka,
Oryzias latipes.” Proc. Natl. Acad. Sci. U. S. A. 99: 11778-11783.

Nanda, I., M. Schartl, J. T. Epplen, W. Feichtinger and M. Schmid (1993) “Primitive sex
chromosomes in poeciliid fishes harbor simple repetitive DNA sequences.” Journal of
Experimental Zoology 265: 301-308.

Nanda, I., M. Schartl, W. Feichtinger, J. T. Epplen and M. Schmid (1992) “Early stages
of sex chromosome differentation in fish as analysed by simple repetitive DNA
sequences.” Chromosoma 101: 301-310.

Nanda, I., D. Schrama, W. Feichtinger, T. Haaf, M. Schartl et al. (2002) “Distribution of
telomeric (TTAGGG), sequences in avian chromosomes.” Chromosoma 111: 215-
227.

Nanda, I., Z. Shan, M. Schartl, D. W. Burt, M. Koehler et al. (1999) “300 million years
of conserved synteny between chicken Z and human chromosome 9.” Nat Genet 21:
258-259.

Nanda, 1., J.-N. Volff, S. Weis, C. Korting, A. Froschauer et al. (2000) “Amplification of a
long terminal repeat-like element on the Y chromosome of the platyfish, Xiphophorus
maculatus.” Chromosoma 109: 173-180.

Naruse, K., M. Tanaka, K. Mita, A. Shima, J. Postlethwait et al. (2004) “A medaka gene
map: The trace of ancestral vertebrate proto-chromosomes revealed by comparative
gene mapping.” Genome Research 14: 820-828.

Navajas-Pérez, R., R. De La Herran, G. L. Gonzalez, M. Jamilena, R. Lozano et al.
(2005) “The evolution of reproductive systems and sex-determining mechanisms
within Rumex (Polygonaceae) inferred from nuclear and chloroplastidial sequence
data.” Molecular Biology and Evolution 22: 1929-1939.

Navarro, A., and E. Gazave (2005) “Inversions with classical style and trendy lines.” Nat.
Genet. 37: 115-116.

Nayak, S., J. Goree and T. Schedl (2005) “Fog-2 and the evolution of self-fertile
hermaphroditism in Caenorhabditis.” Public Library of Science Biology 3: e6.

Neff, B. D. (2004) “Stabilizing selection on genomic divergence in a wild fish
population.” Proc. Natl. Acad. Sci. U. S. A. 101: 2381-2385.

Newman, T. L., E. Tuzun, V. A. Morrison, K. E. Hayden, M. Ventura et al. (2005) “A
genome-wide survey of structural variation between human and chimpanzee.”
Genome Research 15: 1344-1356.



167

Ng, S. H. S,, C. G. Atrtieri, I. E. Bosdet, R. Chiu, R. G. Danzmann et al. (2005) “A
physical map of the genome of atlantic salmon, Salmo salar.” Genomics 86: 396-404.

Nicolas, M., G. Marais, V. Hykelova, B. Janousek, V. Laporte et al. (2005) “A
gradual process of recombination restriction in the evolutionary history of the sex
chromosomes in dioecious plants.” Public Library of Science Biology 3: e4.

Noonan, J. P., G. Coop, S. Kudaravalli, D. Smith, J. Krause et al. (2006) “Sequencing and
analysis of neanderthal genomic DNA.” Science 314: 1113-1118.

Noor, M. A. F. (2003) “Genes to make new species.” Nature 423: 699-719.

Noor, M. A. F., D. A. Garfield, S. W. Schaeffer and C. A. Machado (2007) “Divergence
between the Drosophila pseudoobscura and D. persimilis genome sequences in
relation to chromosomal inversions.” Genetics 177: 1417-1428.

Noor, M. A. F.,, P. Michalak and D. Donze (2003) “Characterization of a male-
predominant antisense transcript underexpressed in hybrids of Drosophila
pseudoobscura and D. persimilis.” Genetics 165: 1823-1830.

Noordam, M. J., and S. Repping (2006) “The human Y chromosome: A masculine
chromosome.” Curr. Opin. Genet. Dev. 16: 225-232.

Nordborg, M., and S. Tavaré (2002) “Linkage disequilibrium: What history has to tell
us.” TRENDS in Genetics 18: 83-90.

Nosil, P., B. J. Crespi and C. P. Sandoval (2002) “Host-plant adaptation drives the parallel
evolution of reproductive isolation.” Nature 417: 440-443.

Ocalewicz, K. (2004) “Cytogenetic analysis of platyfish (Xiphophorus maculatus) shows
location of major and minor rDNA on chromosomes.” Hereditas 141: 333-337.

Ogata, M., Y. Hasegawa, H. Ohtani, M. Mineyama and 1. Miura (2008) “The ZZ/ZW sex-
determining mechanism originated twice and independently during evolution of the
frog, Rana rugosa.” Heredity 100: 92-99.

Ogata, M., H. Ohtani, T. Igarashi, Y. Hasegawa, Y. Ichikawa et al. (2003) “Change of the
heterogametic sex from male to female in the frog.” Genetics 164: 613-620.

Ohno, S., 1967 Sex chromosomes and sex-linked genes. Springer-Verlag, Berlin.

Okada, S., M. Fujisawa, T. Sone, S. Nakayama, R. Nishiyama et al. (2000)
“Construction of male and female pac genomic libraries suitable for identification
of Y-chromosome-specific clones from the liverwort, Marchantia polymorpha.” The
Plant Journal 24: 421-428.



168

Okada, S., T. Sone, M. Fujisawa, S. Nakayama, M. Takenaka et al. (2001) “The Y
chromosome in the liverwort Marchantia polymorpha has accumulated unique repeat
sequences harboring a male-specific gene.” Proc. Natl. Acad. Sci. U. S. A. 98: 9454-
9459.

Okutsu, T., K. Suzuki, Y. Takeuchi, T. Takeuchi and G. Yoshizaki (2006) “Testicular germ
cells can colonize sexually undifferentiated embryonic gonad and produce functional
eggs in fish.” Proc. Natl. Acad. Sci. U. S. A. 103: 2725-2729.

Olmo, E. (2005) “Rate of chromosome changes and speciation in reptiles.” Genetica 125:
185-203.

Olson, M. V., J. E. Dutchik, M. Y. Graham, G. M. Brodeur, C. Helms et al. (1986)
“Random-clone strategy for genomic restriction mapping in yeast.” Proc Natl Acad
Sci U S A 83: 7826-7830.

Opperman, R., E. Emmanuel and A. A. Levy (2004) “The effect of sequence divergence
on recombination between direct repeats in Arabidopsis.” Genetics 168: 2207-2215.

Orr, H. A., J. P. Masly and D. C. Presgraves (2004) “Speciation genes.” Curr. Opin.
Genet. Dev. 14: 675-679.

Orti, G., M. A. Bell, T. E. Reimchen and A. Meyer (1994) “Global survey of mitchondrial
DNA sequences in the threespine stickleback: Evidence for recent migrations.”
Evolution 48: 608-622.

Osawa, N., Y. Oshima and M. Nakamura (2005) “Molecular cloning of Dmrtl and its
expression in the gonad of Xenopus.” Zoological Science 22: 681-687.

Ota, K., Y. Tateno and T. Gojobori (2003) “Highly differentiated and conserved sex
chromosome in fish species (Aulopus japonicus: Teleostei, Aulopidae).” Gene 317:
187-193.

Otake, H., A. Shinomiya, M. Matsuda, S. Hamaguchi and M. Sakaizumi (2006) “Wild-
derived XY sex-reveral mutants in the medaka, Oryzias latipes.” Genetics 173: 2083-
2090.

Pagnozzi, J. M., A. D. Ditchfield and Y. Yonenaga-Yassuda (2002) “Mapping the
distribution of the interstitial telomeric (TTAGGG)_ sequences in eight species of
brazilian marsupials (Didelphidae) by FISH and the correlation with constitutive
heterochromatin. Do ITS represent evidence for fusion events in American
marsupials?” Cytogenet. Genome Res. 98: 278-284.

Pal, C., and L. D. Hurst (2003) “Evidence for co-evolution of gene order and
recombination rate.” Nat. Genet. 33: 392-395.



169

Paland, S., and M. Lynch (2006) “Transitions to asexuality result in excess amino acid
substitutions.” Science 311: 990-992.

Pantazidis, A., M. Labrador and A. Fontdevila (1999) “The retrotransposon Osvaldo
from Drosophila buzzatii displays all structural features of a functional retrovirus.”
Molecular Biology and Evolution 16: 909-921.

Pardo-Manuel De Villena, F., and C. Sapienza (2001) “Female meiosis drives karyotypic
evolution in mammals.” Genetics 159: 1179-1189.

Parise-Maltempi, P. P., C. Martins, C. Oliveira and F. Foresti (2007) “Identification of a
new repetitive element in the sex chromosomes of Leporinus elongatus (Teleostei:C
haraciformes:Anostomidae): New insights into the sex chromosomes of Leporinus.”
Cytogenet. Genome Res. 116: 218-223.

Parisi, M., R. Nuttall, P. Edwards, J. Minor, D. Naiman et al. (2004) “A survey of ovary-,
testis-, and soma-biased gene expression in Drosophila melanogaster adults.”
Genome Biology 5: R40.

Pask, A. J., R. R. Behringer and M. B. Renfree (2003) “Expression of Dmrtl in the
mammalian ovary and testis - from marsupials to mice.” Cytogenet. Genome Res.
101: 229-236.

Paterson, A. H., S. Damon, J. D. Hewitt, D. Zamir, H. D. Rabinowitch et al. (1991)
“Mendelian factors underlying quantitative traits in tomato: Comparison across
species, generations, and environments.” Genetics 127: 181-197.

Payseur, B. A., and H. E. Hoekstra (2005) “Signatures of reproductive isolation in
patterns of single nucleotide diversity across inbred strains of mice.” Genetics 171:
1905-1916.

Peichel, C. L. (2004) “Notes from the field: How a molecular geneticist got wet.” Genesis
40: 146-150.

Peichel, C. L. (2005) “Fishing for the secrets of vertebrate evolution in threespine
sticklebacks.” Developmental Dynamics 234: 815-823.

Peichel, C. L., K. S. Nereng, K. A. Ohgi, B. L. E. Cole, P. F. Colosimo et al. (2001) “The
genetic architecture of divergence between threespine stickleback species.” Nature
414: 901-905.

Peichel, C. L., J. A. Ross, C. K. Matson, M. Dickson, J. Grimwood et al. (2004)
“The master sex-determination locus in threespine sticklebacks is on a nascent Y
chromosome.” Curr. Biol. 14: 1416-1424.



170

Penalva, L. O., and L. Sanchez (2003) “RNA binding protein sex-lethal (sxl) and control
of Drosophila sex determination and dosage compensation.” Microbiol Mol Biol Rev
67: 343-359, table of contents.

Permanyer, J., R. Gonzalez-Duarte and R. Albalat (2003) “The non-LTR retrotransposons
in Ciona intestinalis: New insights into the evolution of chordate genomes.” Genome
Biology 4: R73.71-R73.10.

Pevzner, P. A., H. Tang and G. Tesler (2004) “De novo repeat classification and fragment
assembly.” Genome Research 14: 1786-1796.

Phillips, R. B., J. Dekoning, M. R. Morasch, L. K. Park and R. H. Devlin (2007)
“Identification of the sex chromosome pair in chum salmon (Oncorhynchus keta) and
pink salmon (Oncorhynchus gorbuscha).” Cytogenet. Genome Res. 116: 298-304.

Phillips, R. B., N. R. Konkol, K. M. Reed and J. D. Stein (2001) “Chromosome painting
supports lack of homology among sex chromosomes in Oncorhynchus, Salmo and
Salvelinus (Salmonidae).” Genetica 111: 119-123.

Phillips, R. B., K. M. Nichols, J. J. Dekoning, M. R. Morasch, K. A. Keatley et al. (2006)
“Assignment of rainbow trout linkage groups to specific chromosomes.” Genetics
174: 1661-1670.

Plath, K., S. Mlynarczyk-Evans, D. A. Nusinow and B. Panning (2002) “Xist RNA and
the mechanism of X chromosome inactivation.” Annu Rev Genet 36: 233-278.

Pomiankowski, A., R. Nothiger and A. Wilkins (2004) “The evolution of the Drosophila
sex-determination pathway.” Genetics 166: 1761-1773.

Poulter, R., M. Butler and J. Ormandy (1999) “A LINE element from the pufferfish
(fugu) Fugu rubripes which shows similarity to the CR1 family of non-LTR
retrotransposons.” Gene 227: 169-179.

Poux, C., and E. J. P. Douzery (2004) “Primate phylogeny, evolutionary rate variations,
and divergence times: A contribution from the nuclear gene IRBP.” American Journal
of Physical Anthropology 124: 1-16.

Presgraves, D. C. (2005) “Recombination enhances protein adaptation in Drosophila
melanogaster.” Curr. Biol. 15: 1651-1656.

Presgraves, D. C. (2008) “Sex chromosomes and speciation in Drosophila.” Trends Genet
24: 336-343.

Presgraves, D. C., L. Balagopalan, S. M. Abmayr and H. A. Orr (2003) “Adaptive
evolution drives divergence of a hybrid inviability gene between two species of
Drosophila.” Nature 423: 715-719.



171

Presgraves, D. C., and H. A. Orr (1998) “Haldane’s rule in taxa lacking a hemizygous X.”
Science 282: 952-954.

Ptak, S. E., D. A. Hinds, K. Koehler, B. Nickel, N. Patil et al. (2005) “Fine-scale
recombination patterns differ between chimpanzees and humans.” Nat. Genet.
doi:10.1038/ng1529: 429-434.

Puig, M., M. Céceres and A. Ruiz (2004) “Silencing of a gene adjacent to the breakpoint
of a widespread Drosophila inversion by a transposon-induced antisense RNA.” Proc.
Natl. Acad. Sci. U. S. A. 101: 9013-9018.

Qin, Y., and C. E. Bishop (2005) “Sox9 is sufficient for functional testis development
producing fertile male mice in the absence of Sry.” Human Molecular Genetics 14:
1221-1229.

Qin, Y., L.-K. Kong, C. Poirier, C. Truong, P. A. Overbeek et al. (2004) “Long-range
activation of Sox9 in odd sex (ods) mice.” Human Molecular Genetics 13: 1213-1218.

Qu, S, S. C. Tucker, J. S. Ehrlich, J. M. Levorse, L. A. Flaherty et al. (1998) “Mutations
in mouse Aristaless-like4 cause Strong’s luxoid polydactyly.” Development
(Cambridge, UK) 125: 2711-2721.

Qu, S., S. C. Tucker, Q. Zhao, B. Decrombrugghe and R. Wisdom (1999) “Physical and
genetic interactions between Alx4 and Cartl.” Development (Cambridge, UK) 126:
359-369.

Quesneville, H., D. Nouaud and D. Anxolabéhere (2003) “Detection of new transposable
element familes in Drosophila melanogaster and Anopheles gambiae genomes.”
Journal of Molecular Evolution 57: S50-S59.

Quinn, A. E., A. Georges, S. D. Sarre, F. Guarino, T. Ezaz et al. (2007) “Temperature sex
reversal implies sex gene dosage in a reptile.” Science 316: 411.

Ranz, J. M., C. I. Castillo-Davis, C. D. Meiklejohn and D. L. Hartl (2003) “Sex-
dependent gene expression and evolution of the Drosophila transcriptome.” Science
300: 1742-1745.

Raudsepp, T., A. Santani, B. Wallner, S. R. Kata, C. Ren et al. (2004) “A detailed physical
map of the horse Y chromosome.” Proc. Natl. Acad. Sci. U. S. A. 101: 9321-9326.

Raymond, C. S., M. W. Murphy, M. G. O’sullivan, V. J. Bardwell and D. Zarkower
(2000) “Dmrtl, a gene related to worm and fly sexual regulators, is required for
mammalian testis differentiation.” Genes & Development 14: 2587-2595.

Raymond, C. S., C. E. Shamu, M. M. Shen, K. J. Seifert, B. Hirsch et al. (1998)
“Evidence for evolutionary conservation of sex-determining genes.” Nature 391: 691-
695.



172

Reeve, H. K., and D. W. Pfennig (2002) “Genetic biases for showy males: Are some
genetic systems especially conducive to sexual selection?” Proc. Natl. Acad. Sci. U.
S. A. 100: 1089-1094.

Rens, W., F. Grutzner, P. C. M. O’brien, H. Fairclough, J. A. M. Graves et al.
(2004) “Resolution and evolution of the duck-billed platypus karyotype with an
XY XY, X, Y X, Y XY, male sex chromosome constitution.” Proc. Natl. Acad. Sci.

U.S. A 101: 16257-16261.

Rens, W., K. Moderegger, H. Skelton, O. Clarke, V. Trifonov et al. (2006) “A procedure
for image enhancement in chromosome painting.” Chromosome Research 14: 497-
503.

Rens, W., P. C. M. O’brien, F. Yang, J. A. M. Graves and M. A. Ferguson-Smith (1999)
“Karyotype relationships between four distantly related marsupials revealed by
reciprocal chromosome painting.” Chromosome Research 7: 461-474.

Repping, S., H. Skaletsky, J. Lange, S. Silber, F. Van Der Veen et al. (2002)
“Recombination between palindromes p5 and p1 on the human Y chromosome causes
massive deletions and spermatogenic failure.” Am. J. Hum. Genet. 71: 906-922.

Reusch, T. B. H., M. A. Haberli, P. B. Aeschlimann and M. Milinski (2001) “Female
sticklebacks count alleles in a strategy of sexual selection explaining MHC
polymorphism.” Nature 414: 300-302.

Reusch, T. B. H., H. Schaschl and K. M. Wegner (2004) “Recent duplication and inter-
locus gene conversion in major histocompatibility class 11 genes in a teleost, the
three-spined stickleback.” Immunogenetics 56: 427-437.

Rice, W. R. (1984) “Sex chromosomes and the evolution of sexual dimorphism.”
Evolution 38: 735-742.

Rice, W. R. (1987) “The accumulation of sexually antagonistic genes as a selective
agent promoting the evolution of reduced recombination between primitive sex
chromosomes.” Evolution 41: 911-914.

Rice, W. R. (1987) “Genetic hitchhiking and the evolution of reduced genetic activity of
the Y sex chromosome.” Genetics 116: 161-167.

Rice, W. R. (1992) “Sexually antagonistic genes: Experimental evidence.” Science 256:
1436-1439.

Rice, W. R. (2002) “Experimental tests of the adaptive significance of sexual
recombination.” Nature Reviews Genetics 3: 241-251.

Rieseberg, L. H. (2001) “Chromosomal rearrangements and speciation.” Trends in
Ecology and Evolution 16: 351-358.



173

Riethman, H., A. Ambrosini, C. Castaneda, J. Finklestein, X.-L. Hu et al. (2004)
“Mapping and initial analysis of human subtelomeric sequence assemblies.” Genome
Research 14: 18-28.

Riethman, H. C., R. K. Moyzis, J. Meyne, D. T. Burke and M. V. Olson (1989) “Cloning
human telomeric DNA fragments into Saccharomyces cerevisiae using a yeast-
artificial-chromosome vector.” Proc. Natl. Acad. Sci. U. S. A. 86: 6240-6244.

Riggs, A. D. (2002) “X chromosome inactivation, differentiation, and DNA methylation
revisited, with a tribute to Susumu Ohno.” Cytogenet. Genome Res. 99: 17-24.

Rincén-Limas, D. E., C.-H. Lu, I. Canal, M. Calleja, C. Rodrigues-Esteban et al. (1999)
“Conservation of the expression and function of apterous orthologs in Drosophila and
mammals.” Proc. Natl. Acad. Sci. U. S. A. 96: 2165-2170.

Rishi, K. K. (1979) “Somatic G-banded chromosomes of Colisa fasciatus (Perciformes:
Belontidae) and confirmation of female heterogamety.” Copeia 1979: 146-149.

Robin, C., R. F. Lyman, A. D. Long, C. H. Langley and T. F. C. Mackay (2002) “Hairy: A
quantitative trait locus for Drosophila sensory bristle number.” Genetics 162: 155-
164.

Robison, R. R., R. B. White, N. Illing, B. E. Troskie, M. Morley et al. (2001)
“Gonadotropin-releasing hormone receptor in the teleost Haplochromis burtoni:
Structure, location, and function.” Endocrinology 142: 1737-1743.

Rocco, L., D. Costagliola and V. Stingo (2001) “(TTAGGG), telomeric sequence in
selachian chromosomes.” Heredity 87: 583-588.

Rogan, P. K., P. M. Cazcarro and J. H. M. Knoll (2001) “Sequence-based design of
single-copy genomic DNA probes for fluorescence in situ hybridization.” Genome
Research 11: 1086-1094.

Rohr, C. J. B., H. Ranson, X. Wang and N. J. Besansky (2002) “Structure and evolution
of mtanga, a retrotransposon actively expressed on the Y chromosome of the african
malaria vector Anopheles gambiae.” Molecular Biology and Evolution 19: 149-162.

Ross, J. A., and C. L. Peichel (in press) “Molecular cytogenetic evidence of
rearrangements on the Y chromosome of the threespine stickleback fish.” Genetics.

Ross, J. A., J. R. Urton, J. Boland, M. D. Shapiro and C. L. Peichel (in preparation)
“Genetic and cytogenetic characterization of sex chromosomes in the stickleback
fishes (Gasterosteidae).”

Ross, M. T., D. R. Bentley and C. Tyler-Smith (2006) “The sequences of the human sex
chromosomes.” Curr. Opin. Genet. Dev. 16: 213-218.



174

Ross, M. T., D. V. Graftham, A. J. Coffey, S. Scherer, K. Mclay et al. (2005) “The DNA
sequence of the human X chromosome.” Nature 434: 325-337.

Ross, M. T., S. Labrie, J. Mcpherson and V. P. Stanton (Editors), 1999 Current protocols
in human genetics. Wiley, New York.

Rossner, M., and K. M. Yamada (2004) “What’s in a picture? The temptation of image
manipulation.” Journal of Cell Biology 166: 11-15.

Rudd, M. K., R. W. Mays, S. Schwartz and H. F. Willard (2003) “Human artificial
chromosomes with alpha satellite-based de novo centromeres show increased
frequency of nondisjunction and anaphase lag.” Molecular and Cellular Biology 23:
7689-7697.

Rufas, J. S., G. Gimenez-Martin and P. Esponda (1982) “Presence of a chromatid core
in mitotic and meiotic chromosomes of grasshoppers.” Cell Biology International
Reports 6: 261-267.

Russo, C. A. M., N. Takezaki and M. Nei (1995) “Molecular phylogeny and divergence
times of drosophilid species.” Molecular Biology and Evolution 12: 391-404.

Saetre, G.-P., T. Borge, K. Lindroos, J. Haavie, B. C. Sheldon et al. (2003) “Sex
chromosome evolution and speciation in Ficedula flycatchers.” Proceedings of the
Royal Society of London, Series B: Biological Sciences 270: 53-59.

Saitoh, K. (1989) “Multiple sex-chromosome system in a loach fish.” Cytogenet Cell
Genet 52: 62-64.

Sakamoto, T., R. G. Danzmann, K. Gharbi, P. Howard, A. Ozaki et al. (2000) “A
microsatellite linkage map of rainbow trout (Oncorhynchus mykiss) characterized by
large sex-specific differences in recombination rates.” Genetics 155: 1331-1345.

Sallinen, R., A. Latvanlehto, A.-P. Kvist, M. Rehn, I. Eerola et al. (2001) “Physical
mapping of mouse collagen genes on chromosome 10 by high-resolution fish.”
Mammalian Genome 12: 340-346.

Samonte, R. V., R. A. Conte and R. S. Verma (1999) “Localization of human midisatellite
and macrosatellite DNA sequences on chromosomes 1 and X in the great apes.”
Journal of Human Genetics 44: 57-59.

Sankoff, D. (2003) “Rearrangements and chromosomal evolution.” Curr. Opin. Genet.
Dev. 13: 583-587.

Sankovic, N., M. L. Delbridge, F. Grutzner, M. A. Ferguson-Smith, P. C. M. O’brien et
al. (2006) “Construction of a highly enriched marsupial Y chromosome-specific BAC
sub-library using isolated Y chromosomes.” Chromosome Research 14: 657-664.



175

Sanmiguel, P., B. S. Gaut, A. Tikhonov, Y. Nakajima and J. L. Bennetzen (1998) “The
paleontology of intergene retrotransposons of maize.” Nat. Genet. 20: 43-45.

Saracoglu, K., J. Brown, L. Kearney, S. Uhrig, J. Azofeifa et al. (2001) “New concepts to
improve resolution and sensitivity of molecular cytogenetic diagnostics by multicolor
fluorescence in situ hybridization.” Cytometry 44: 7-15.

Sarropoulou, E., D. Nousdili, A. Magoulas and G. Kotoulas (2007) “Linking the genomes
of nonmodel teleosts through comparative genomics.” Marine Biotechnology 10:
227-233.

Sasaki, T., A. Shimizu, S. K. Ishikawa, S. Imai, S. Asakawa et al. (2007) “The DNA
sequence of medaka chromosome LG22.” Genomics 89: 124-133.

Sato, T., T. Endo, K. Yamahira, S. Hamaguchi and M. Sakaizumi (2005) “Induction
of female-to-male sex reversal by high temperature treatment in medaka, Oryzias
latipes.” Zoological Science 22: 985-988.

Scali, C., F. Catteruccia, Q. Li and A. Crisanti (2005) “Identification fo sex-specific
transcripts of the Anopheles gambiae doublesex gene.” Journal of Experimental
Biology 208: 3701-3709.

Schartl, M. (2004) “Sex chromosome evolution in non-mammalian vertebrates.” Curr.
Opin. Genet. Dev. 14: 634-641.

Schartl, M. (2004) “A comparative view on sex determination in medaka.” Mechanisms
of Development 121: 639-645.

Schluter, D. (2003) “Frequency dependent natural selection during character
displacement in sticklebacks.” Evolution 57: 1142-1150.

Schmutz, J., J. Wheeler, J. Grimwood, M. Dickson, J. Yang et al. (2004) “Quality
assessment of the human genome sequence.” Nature 429: 365-368.

Schneider, M. C., M. C. Almeida, S. P. Rosa, C. Costa and D. M. Cella (2006)
“Evolutionary chromosomal differentiation among four species of Conoderus
Eschscholtz, 1829 (Coleoptera, Elateridae, Agrypninae, Conoderini) detected by
standard staining, C-banding, silver nitrate impregnation, and CMA,/DAPI staining.”
Genetica 128: 333-346.

Schueler, M. G., A. W. Higgins, M. K. Rudd, K. Gustashaw and H. F. Willard (2001)
“Genomic and genetic definition of a functional human centromere.” Science 294:
109-115.

Schultheis, C., Q. Zhou, A. Froschauer, I. Nanda, Y. Selz et al. (2006) “Molecular
analysis of the sex-determining region of the platyfish Xiphophorus maculatus.”
Zebrafish 3. 299-309.



176

Seeherunvong, T., E. M. Perera, Y. Bao, P. J. Benke, A. Benigno et al. (2004) “46,XX
sex reversal with partial duplication of chromosome arm 22q.” American Journal of
Medical Genetics 127A: 149-151.

Sekido, R., and R. Lovell-Badge (2008) “Sex determination involves synergistic action of
SRY and SF1 on a specific SOX9 enhancer.” Nature 453: 930-934.

Semino, O., G. Passarino, P. J. Oefner, A. A. Lin, S. Arbuzova et al. (2000) “The genetic
legacy of paleolithic Homo sapiens sapiens in extant europeans: A'Y chromosome
perspective.” Science 290: 1155-1159.

Semon, M., and K. H. Wolfe (2007) “Rearrangement rate following the whole-genome
duplication in teleosts.” Mol Biol Evol 24: 860-867.

Serna, E., E. Gorab, M. F. Ruiz, C. Goday, J. M. Eirin-Lopez et al. (2004) “The gene Sex-
lethal of the Sciaridae family (order Diptera, suborder Nematocera) and its phylogeny
in dipteran insects.” Genetics 168: 907-921.

Servedio, M. R., and G.-P. Saetre (2003) “Speciation as a positive feedback loop between
postzygotic and prezygotic barriers to gene flow.” Proceedings of the Royal Society of
London, Series B: Biological Sciences 270: 1473-1479.

Sessions, S. K., 1990 Chromosomes: Molecular cytogenetics, pp. 121-168 in Molecular
systematics, edited by D. M. Hillis, C. Moritz and B. K. Mable. Sinauer Associates,
Sunderland, Mass.

Shafikhani, S. (2002) “Factors affecting PCR-mediated recombination.” Environmental
Microbiology 4: 482-486.

Shahid, M., V. S. Dhillion, N. Jain, S. Hedau, S. Diwakar et al. (2004) “Two new novel
point mutations localized upstream and downstream of the HMG box region of
the Sry gene in three Indian 46,XY females with sex reversal and gonadal tumour
formation.” Molecular Human Reproduction.

Shapiro, M. D., M. E. Marks, C. L. Peichel, B. K. Blackman, K. S. Nereng et al. (2004)
“Genetic and developmental basis of evolutionary pelvic reduction in threespine
sticklebacks.” Nature 428: 717-723.

Shapiro, M. D., B. R. Summers, S. Balabhadra, A. Miller, C. Cunningham et al. (in
preparation) “The genetic architecture of skeletal traits and sex determination in
ninespine sticklebacks.”

Shaw, V. C., and V. Smart (1996) “Human chromosome Y and Sry.” Cell Biology
International 20: 3-6.



177

She, X., Z. Jiang, R. A. Clark, G. Liu, Z. Cheng et al. (2004) “Shotgun sequence
assembly and recent segmental duplications within the human genome.” Nature 431:
927-930.

Shetty, S., D. K. Griffin and J. A. Graves (1999) “Comparative painting reveals strong
chromosome homology over 80 million years of bird evolution.” Chromosome Res 7:
289-295.

Shetty, S., P. Kirby, D. Zarkower and J. A. M. Graves (2002) “Dmrt1 in a ratite bird:
Evidence for a role in sex determination and discovery of a putative regulatory
element.” Cytogenet. Genome Res. 99: 245-251.

Shiraishi, E., H. Imazato, T. Yamamoto, H. Yokoi, S.-I. Abe et al. (2004) “Identification
of two teleost homologs of the Drosophila sex determination factor, transformer-2 in
medaka (Oryzias latipes).” Mechanisms of Development 121: 991-996.

Shirak, A., E. Seroussi, A. Cnaani, A. E. Howe, R. Domokhovsky et al. (2006) “Amh and
DmrtA2 genes map to tilapia (Oreochromis spp.) linkage group 23 within quantitative
trait locus regions for sex determination.” Genetics 174: 1573-1581.

Sinclair, A., C. Smith, P. Western and P. Mcclive, 2001 A comparative analysis of
vertebrate sex determination, pp. 102-114 in The genetics and biology of sex
determination, edited by D. Chadwick and J. Goode. Novartis Foundation, London.

Sinclair, A. H., P. Berta, M. S. Palmer, J. R. Hawkins, B. L. Griffiths et al. (1990) “A
gene from the human sex-determining region encodes a protein with homology to a
conserved DNA-binding motif.” Nature 346: 240-244.

Singer, A., H. Perlman, Y. Yan, C. Walker, G. Corley-Smith et al. (2002) “Sex-specific
recombination rates in zebrafish (Danio rerio).” Genetics 160: 649-657.

Singer, J. B, A. E. Hill, J. H. Nadeau and E. S. Lander (2005) “Mapping quantitative trait
loci for anxiety in chromosome substitution strains of mice.” Genetics 169: 855-862.

Skaletsky, H., T. Kuroda-Kawaguchi, P. J. Minx, H. S. Cordum, L. Hillier et al. (2003)
“The male-specific region of the human Y chromosome is a mosaic of discrete
sequence classes.” Nature 423: 825-837.

Slanchev, K., J. Stebler, G. De La Cueva-Mendez and E. Raz (2005) “Development
without germ cells: The role of the germ line in zebrafish sex differentiation.” Proc.
Natl. Acad. Sci. U. S. A. 102: 4074-4079.

Slate, J. (2005) “Quantitative trait locus mapping in natural populations: Progress,
caveats and future directions.” Molecular Ecology 14: 363-379.

Smit, A. F. A., R. Hubley and P. Green (2004) Repeatmasker.



178

Smith, C. A., and A. H. Sinclair (2004) “Sex determination: Insights from the chicken.”
BioEssays 26: 120-132.

Smith, L., N. Van Hateren, J. Willan, R. Romero, G. Blanco et al. (2003) “Candidate
testis-determining gene, maestro (mro), encodes a novel heat repeat protein.”
Developmental Dynamics 227: 600-607.

Soderlund, C., S. Humphray, A. Dunham and L. French (2000) “Contigs built with
fingerprints, markers, and FPC v4.7.” Genome Research 10: 1772-1787.

Sola, L., and E. Gornung (2001) “Classical and molecular cytogenetics of the zebrafish,
Danio rerio (Cyprinidae, Cypriniformes): An overview.” Genetica 111.

Speicher, M. R., and N. P. Carter (2005) “The new cytogenetics: Blurring the boundaries
with molecular biology.” Nature Reviews Genetics 6: 782-792.

Stanyon, R., M. Rocchi, O. Capozzi, R. Roberto, D. Misceo et al. (2008) “Primate
chromosome evolution: Ancestral karyotypes, marker order and neocentromeres.”
Chromosome Res 16: 17-39.

Stefansson, H., A. Helgason, G. Thorleifsson, V. Steinthorsdottir, G. Masson et al. (2005)
“A common inversion under selection in Europeans.” Nat. Genet. 37: 129-137.

Steinemann, M., and S. Steinemann (1992) “Degenerating Y chromosome of Drosophila
miranda: A trap for retrotransposons.” Proc. Natl. Acad. Sci. U. S. A. 89: 7591-7595.

Steinemann, M., and S. Steinemann (1993) “A duplication including the Y allele of Icp2
and the Trim retrotransposon at the Icp locus on the degenerating neo-Y chromosome
of Drosophila miranda: Molecular structure and mechanisms by which it may have
arisen.” Genetics 134: 497-505.

Steinemann, M., and S. Steinemann (1997) “The enigma of Y chromosome degeneration:
Tram, a novel retrotransposon is preferentially located on the neo-Y chromosome of
Drosophila miranda.” Genetics 145: 261-266.

Steinemann, M., and S. Steinemann (1998) “Enigma of Y chromosome degeneration:
Neo-Y and neo-X chromosomes of Drosophila miranda a model for sex chromosome
evolution.” Genetica 102/103: 409-420.

Steinemann, M., and S. Steinemann (2000) “Common mechanisms of Y chromosome
evolution.” Genetica 109: 105-111.

Steinemann, M., S. Steinemann and F. Lottspeich (1993) “How Y chromosomes become
genetically inert.” Proc. Natl. Acad. Sci. U. S. A. 90: 5737-5741.



179

Steinemann, S., and M. Steinemann (2001) “Biased distribution of repetitive elements:
A landmark for neo-Y chromosome evolution in Drosophila miranda.” Cytogenetics
and Cell Genetics 93: 228-233.

Steinemann, S., and M. Steinemann (2005) “Retroelements: Tools for sex chromosome
evolution.” Cytogenet. Genome Res. 110: 134-143.

Stiglec, R., T. Ezaz and J. A. M. Graves (2007) “Reassignment of chicken W
chromosome sequences to the Z chromosome by fluorescence in situ hybridization
(FISH).” Cytogenet. Genome Res. 116: 132-134.

Stothard, P., and D. Pilgrim (2003) “Sex-determination gene and pathway evolution in
nematodes.” BioEssays 25: 221-231.

Stratikopoulos, E. E., A. A. Augustinos, A. Gariou-Papalexiou, Z. A. and K. D.
Mathiopoulos (2002) “Identification and partial characterization of a new Ceratitis
capitata-specific 44-bp pericentromeric repeat.” Chromosome Research 10: 287-295.

Su, H., X. Wang and A. Bradley (2000) “Nested chromosomal deletions induced with
retroviral vectors in mice.” Nat. Genet. 24: 92-95.

Sumner, A. T. (1972) “A simple technique for demonstrating centromeric
heterochromatin.” Experimental Cell Research 75: 304-306.

Sun, S., C.-T. Ting and C.-1. Wu (2004) “The normal function of a speciation gene,
Odysseus, and its hybrid sterility effect.” Science 305: 81-83.

Sundstrom, H., M. T. Webster and H. Ellegren (2004) “Reduced variation on the chicken
Z chromosome.” Genetics 167: 377-385.

Swanson, W. J. (2003) “Adaptive evolution of genes and gene families.” Curr. Opin.
Genet. Dev. 13: 617-622.

Swarup, H. (1956) “Production of heteroploidy in three-spined stickleback, Gasterosteus
aculeatus.” Nature 178: 1124-1125.

Swarup, H. (1958) “Stages in the development of the stickleback Gasterosteus aculeatus
(L.).” Journal of Embryology and Experimental Morphology 6: 373-383.

Swarup, H. (1959) “Production of triploidy in Gasterosteus aculeatus.” J. Genet. 56:
129-142.

Swarup, H. (1959) “Effect of triploidy on the body size, general organization and cellular
structure in Gasterosteus aculeatus (L).” J. Genet. 56: 143-155.

Takahashi, H., T. Nagai and A. Goto (2005) “Hybrid male sterility between the fresh-
and brackish-water types of ninespine stickleback Pungitius pungitius (Pisces,
Gasterosteidae).” Zoological Science 22: 35-40.



180

Takehana, Y., D. Demiyah, K. Naruse, S. Hamaguchi and M. Sakaizumi (2007)
“Evolution of different Y chromosomes in two medaka species, Oryzias dancena and
O. latipes.” Genetics 175: 1335-1340.

Takehana, Y., K. Naruse, S. Hamaguchi and M. Sakaizumi (2007) “Evolution of ZZ/ZW
and XX/XY sex-determination systems in the closely-related medaka species Oryzias
hubbsi and O. dancena.” Chromosoma 116: 463-470.

Talbot, W. S., and N. Hopkins (2000) “Zebrafish mutations and functional analysis of the
vertebrate genome.” Genes & Development 14: 755-762.

Tanaka, K., Y. Takehana, K. Naruse, S. Hamaguchi and M. Sakaizumi (2007) “Evidence
for different origins of sex chromosomes in closely related Oryzias fishes:
Substitution of the master sex-determining gene.” Genetics 177: 2075-2081.

Tanksley, S. D. (1993) “Mapping polygenes.” Annual Review of Genetics 27: 205-233.

Taylor, E. B., J. W. Boughman, M. Groenenboom, M. Sniatynski, D. Schluter et al.
(2006) “Speciation in reverse: Morphological and genetic evidence of the collapse of
a three-spined stickleback (Gaserosteus aculeatus) species pair.” Molecular Ecology
15: 343-355.

Tchénio, T., J.-F. Casella and T. Heidmann (2000) “Members of the SRY family regulate
the human LINE retrotransposons.” Nucleic Acids Research 28: 411-415.

Tech, C. (2006) “Postzygotic incompatibilities between the pupfishes, Cyprinodon
elegans and Cyprinodon variegatus: Hybrid male sterility and sex ratio bias.” J Evol
Biol 19: 1830-1837.

Telgmann-Rauber, A., A. Jamsari, M. S. Kinney, J. C. Pires and C. Jung (2007) “Genetic
and physical maps around the sex-determining m-locus of the dioecious plant
asparagus.” Mol Genet Genomics 278: 221-234.

Terai, Y., N. Morikawa, K. Kawakami and N. Okada (2003) “The complexity of alternate
splicing of hagomoro mRNAs is increased in an explosively speciated lineage in east
African cichlids.” Proc. Natl. Acad. Sci. U. S. A. 100: 12798-12803.

Terai, Y., K. Takahashi and N. Okada (1998) “SINE cousins: The 3’-end tails of the
two oldest and distantly related families of SINEs are descended from the 3’ ends
of LINEs with the same genealogical origin.” Molecular Biology and Evolution 15:
1460-1471.

The Broad Institute, 2006 Threespine stickleback female draft genome assembly Feb.
2006 (GasAcul).

The Chimpanzee Sequencing and Analysis Consortium (2005) “Initial sequence of the
chimpanzee genome and comparison with the human genome.” Nature 437: 69-87.



181

Thermes, V., C. Grabher, F. Ristoratore, F. Bourrat, A. Choulika et al. (2002) “I-Scel
meganuclease mediates highly efficient transgenesis in fish.” Mechanisms of
Development 118: 91-98.

Thevinet, L., C. Méjean, B. Moniot, N. Bonneaud, N. Galéotti et al. (2004) “Regulation
of human SRY subcellular distribution by its acetylation/deacetylation.” EMBO
Journal 23: 3336-3345.

Thomas, Y., M.-T. Bethenod, L. Pelozuelo, B. Frérot and D. Bourguet (2003) “Genetic
isolation between two sympatric host-plant races of the european corn-borer, Ostrinia
nubilalis Hubner. I. Sex pheromone, moth emergence timing, and parasitism.”
Evolution 57: 261-273.

Thorgaard, G. H. (1983) “Chromosomal differences among rainbow trout populations.”
Copeia 1983: 650-662.

Tilford, C. A., T. Kuroda-Kawaguchi, H. Skaletsky, S. Rozen, L. G. Brown et al. (2001)
“A physical map of the human Y chromosome.” Nature 409: 943-945.

Trask, B., 1999 Fluorescence in situ hybridization, pp. 303-413 in Genome analysis: A
laboratory manual, edited by B. Birren, E. D. Green, P. Hieter, S. Klapholz, R. M.
Myers et al. Cold Spring Harbor Laboratory Press.

Traut, W. (1994) “Sex determination in the fly Megaselia scalaris, a model system for
primary steps of sex chromosome evolution.” Genetics 136: 1097-1104.

Traut, W., and H. Winking (2001) “Meiotic chromosomes and stages of sex chromosome
evolution in fish: Zebrafish, platyfish and guppy.” Chromosome Research 9: 659-672.

Tuskan, G. A., S. Difazio, S. Jansson, J. Bohlmann, I. Grigoriev et al. (2006) “The
genome of black cottonwood, Populus trichocarpa (Torr. & Gray).” Science 313:
1596-1604.

Tuzun, E., A. J. Sharp, J. A. Bailey, R. Kaul, V. A. Morrison et al. (2005) “Fine-scale
structural variation of the human genome.” Nat. Genet. 37: 727-732.

Ueno, K., K. Ota and T. Kobayashi (2001) “Heteromorphic sex chromosomes of
lizardfish (Synodontidae): Focus on the ZZ-ZW W, system in Trachinocephalus
myops.” Genetica 111: 133-142.

Ueshima, R., and T. Asami (2003) “Single-gene speciation by left-right reversal.” Nature
425: 679.

Underhill, P. A., G. Passarino, A. A. Lin, P. Shen, M. M. Lahr et al. (2001) “The

phylogeography of Y chromosome binary haplotypes and the origins of modern
human populations.” Annals of Human Genetics 65: 43-62.



182

Underhill, P. A., P. Shen, A. A. Lin, L. Jin, G. Passarino et al. (2000) Y chromosome
sequence variation and the history of human populations.” Nat. Genet. 26: 358-361.

Ungerer, M. C., S. C. Strakosh and Y. Zhen (2006) “Genome expansion in three
hybrid sunflowers is associated with retrotransposon proliferation.” Curr. Biol. 16:
R872-R873.

Uno, Y., C. Nishida, Y. Oshima, S. Yokoyama, I. Miura et al. (2008) “Comparative
chromosome mapping of sex-linked genes and identification of sex chromosomal
rearrangements in the japanese wrinkled frog (Rana rugosa, Ranidae) with ZW and
XY sex chromosome systems.” Chromosome Res 16: 637-647.

Uyeno, T., and R. R. Miller (1971) “Multiple sex chromosomes in a mexican
cyprinodontid fish.” Nature 231: 452-453.

Valarik, M., J. Bartos, M. Kovarova, J. H. De Jong and J. Dolezel (2004) “High-
resolution FISH on super-stretched flow-sorted plant chromosomes.” The Plant
Journal 37: 940-950.

Van Doorn, G. S., and M. Kirkpatrick (2007) “Turnover of sex chromosomes induced by
sexual conflict.” Nature 449: 909-912.

Van Ooijen, J. W., M. P. Moer, R. C. Jansen and C. Maliepaard, 2002 MapQTL 4.0:
Software for the calculation of QTL positions on genetic maps, Plant Research
International, Wagenenin, the Netherlands.

Van Ooijen, J. W., and R. E. Voorips, 2001 Joinmap 3.0: Software for the calculation of
genetic linkage maps, Plant Research International, Wagenenin, the Netherlands.

Veith, A.-M., A. Froschauer, C. Korting, I. Nanda, R. Hanel et al. (2003) “Cloning of
the Dmrtl gene of Xiphophorous maculatus: Dmy/DmrtlY is not the master sex-
determining gene in the platyfish.” Gene 317: 59-66.

Veltsos, P., I. Keller and R. A. Nichols (2008) “The inexorable spread of a newly arisen
neo-Y chromosome.” Public Library of Science Genetics 4: e1000082.

Venkatesh, B. (2003) “Evolution and diversity of fish genomes.” Curr. Opin. Genet. Dev.
13: 588-592.

Venkatesh, B., A. Tay, N. Dandona, J. G. Patil and S. Brenner (2005) “A compact
cartilaginous fish model genome.” Curr. Biol. 15: R82-R83.

Ventura, K., M. J. J. Silva, V. Fagundes, A. U. Christoff and Y. Yonenaga-Yassuda (2006)
“Non-telomeric sites as evidence of chromosomal rearrangements and repetitive
(TTAGGG)_ arrays in heterochromatic and euchromatic regions in four species of
Akodon (Rodentia, Muridae).” Cytogenet. Genome Res. 115: 169-175.



183

Ventura, M., F. Antonacci, M. F. Cardone, R. Stanyon, P. D’addabbo et al. (2007)
“Evolutionary formation of new centromeres in macaque.” Science 316: 243-246.

Veyrunes, F., P. D. Waters, P. Miethke, W. Rens, D. Mcmillan et al. (2008) “Bird-like
sex chromosomes of platypus imply recent origin of mammal sex chromosomes.”
Genome Research.

Vidal, V. P. I., M.-C. Chaboissier, S. Lutzkendorf, G. Cotsarelis, P. Mill et al. (2005)
“Sox9 is essential for outer root sheath differentiation and the formation of the hair
stem cell compartment.” Curr. Biol. 15: 1340-1351.

Vilain, E., 2001 Anomalies of human sexual development: Clinical aspects and genetic
analysis, pp. 43-56 in The genetics and biology of sex determination, edited by D.
Chadwick and J. Goode. Novartis Foundation, London.

Vinogradov, A. E. (1998) “Genome size and GC-percent in vertebrates as determined by
flow cytometry: The triangular relationship.” Cytometry 31: 100-109.

Vitturi, R., A. Libertini, M. Campolmi, F. Calderazzo and A. Mazzola (1998)
“Conventional karyotype, nucleolar organizer regions and genome size in five
mediterranean species of Syngnathidae (Pisces, Syngnathiformes).” Journal of Fish
Biology 52: 677-687.

Volff, J.-N. (2005) “Genome evolution and biodiversity in teleost fish.” Heredity 94: 280-
294.

Volff, J.-N., L. Bouneau, C. Ozouf-Costaz and C. Fischer (2003) “Diversity of
retrotransposable elements in compact pufferfish genomes.” TRENDS in Genetics 19:
674-678.

Volff, J.-N., M. Kondo and M. Schartl (2003) “Medaka Dmy/Dmrt1Y is not the universal
primary sex-determining gene in fish.” TRENDS in Genetics 19: 196-199.

Volft, J.-N., C. Korting, J. Altschmied, J. Duschl, K. Sweeney et al. (2001) “Jule from the
fish Xiphophorus is the first complete vertebrate Ty3/gypsy retrotransposon from the
mag family.” Molecular Biology and Evolution 18: 101-111.

Volff, J.-N., C. Korting, A. Froschauer, K. Sweeney and M. Schartl (2001) “Non-LTR
retrotransposons encoding a restriction enzyme-like endonuclease in vertebrates.”
Journal of Molecular Evolution 52: 351-360.

Volff, J.-N., C. Korting, A. Meyer and M. Schartl (2001) “Evolution and discontinuous
distribution of Rex3 retrotransposons in fish.” Molecular Biology and Evolution 18:
427-431.



184

Volff, J.-N., C. Korting and M. Schartl (2000) “Multiple lineages of the non-LTR
retrotransposon Rex1 with varying success in invading fish genomes.” Molecular
Biology and Evolution 17: 1673-1684.

Volff, J.-N., C. Korting, K. Sweeney and M. Schartl (1999) “The non-LTR
retrotransposon Rex3 from the fish Xiphophorus is widespread among teleosts.”
Molecular Biology and Evolution 16: 1427-1438.

Volff, J.-N., and M. Schartl (2001) “Variability of genetic sex determination in poeciliid
fishes.” Genetica 111: 101-110.

Volff, J.-N., and M. Schartl (2002) “Sex determination and sex chromosome evolution in
the medaka, Oryzias latipes, and the platyfish, Xiphophorus maculatus.” Cytogenet.
Genome Res. 99: 170-177.

Volff, J.-N., D. Zarkower, V. J. Bardwell and M. Schartl (2003) “Evolutionary dynamics
of the DM domain gene family in metazoans.” Journal of Molecular Evolution 57:
S241-S249.

Volker, M., R. Sonnenberg, P. Rab and H. Kullmann (2006) “Karyotype differentiation
in Chromaphyosemion killifishes (Cyprinodontiformes, Nothobranchiidae). II:
Cytogenetic and mitochondrial DNA analyses demonstrate karyotype differentiation
and its evolutionary direction in C. riggenbachi.” Cytogenet. Genome Res. 115: 70-
83.

Von Hofsten, J., and P.-E. Olsson (2005) “Zebrafish sex determination and differentiation:
Involvement of FTZ-F1 genes.” Reproductive Biology and Endocrinology 3: 63-73.

Vos, P., R. Hogers, M. Bleaker, M. Reijans, T. Van De Lee et al. (1995) “AFLP: A new
technique for DNA fingerprinting.” Nucleic Acids Research 23: 4407-4414.

Vuilleumier, S., R. Lande, V. A. N. A. Jj and O. Seehausen (2007) “Invasion and fixation
of sex-reversal genes.” J Evol Biol 20: 913-920.

Vyskot, B., and R. Hobza (2004) “Gender in plants: Sex chromosomes are emerging from
the fog.” TRENDS in Genetics 20: 432-438.

Wagner, K.-D., N. Wagner and A. Schedl (2003) “The complex life of Wt1.” J. Cell Sci.
116: 1653-1658.

Wakimoto, B. T., D. L. Lindsley and C. Herrera (2004) “Toward a comprehensive genetic
analysis of male fertility in Drosophila melanogaster.” Genetics 167: 207-216.

Wallis, G. P., and W. J. Tabachnick (1982) “Linkage of an Idh locus with sex and two
lethals in Aedes aegypti.” The Journal of Heredity 73: 291-294.



185

Wallis, J. W,, J. Aerts, M. A. M. Groenen, R. P. M. A. Crooijmans, D. Layman et al.
(2004) “A physical map of the chicken genome.” Nature 432: 761-764.

Wallis, M. C., P. D. Waters, M. L. Delbridge, P. J. Kirby, A. J. Pask et al. (2007) “Sex
determination in platypus and echidna: Autosomal location of Sox3 confirms the
absence of Sry from monotremes.” Chromosome Research 15: 949-959.

Walter, R. B., J. D. Rains, J. E. Russell, T. M. Guerra, C. Daniels et al. (2004) “A
microsatellite genetic linkage map for Xiphophorus.” Genetics 168: 363-372.

Wang, S.-Y., M. Cruts, J. Del-Favero, Y. Zhang, F. Tissir et al. (1999) “A high-resolution
physical map of human chromosome 21p using yeast artificial chromosomes.”
Genome Research 9: 1059-1073.

Wang, Z., and D. D. Brown (1991) “A gene expression screen.” Proc. Natl. Acad. Sci. U.
S. A.88: 11505-11509.

Warburton, P. E., J. Giordano, F. Cheung, Y. Gelfand and G. Benson (2004) “Inverted
repeat structure of the human genome: The X-chromosome contains a preponderance
of large, highly homologous inverted repeats that contain testis genes.” Genome
Research 14: 1861-18609.

Warner, D. A., and R. Shine (2005) “The adaptive significance of temperature-dependent
sex determination: Experimental tests with a short-lived lizard.” Evolution 59: 2209-
2221,

Warner, D. A., and R. Shine (2008) “The adaptive significance of temperature-dependent
sex determination in a reptile.” Nature 451: 566-568.

Warren, W. C., L. W. Hillier, J. A. Marshall Graves, E. Birney, C. P. Ponting et al. (2008)
“Genome analysis of the platypus reveals unigue signatures of evolution.” Nature
453: 175-183.

Waters, P. D., A. Ruiz-Herrera, G. Dobigny, M. Garcia Caldes and T. J. Robinson (2007)
“Sex chromosomes of basal placental mammals.” Chromosoma 116: 511-518.

Waters, P. D., M. C. Wallis and J. A. M. Graves (2007) “Mammalian sex - origin and
evolution of the Y chromosome and Sry.” Seminars in Cell & Developmental Biology
18: 389-400.

Wegner, M. (1999) “From head to toes: The multiple facets of Sox proteins.” Nucleic
Acids Research 27: 1409-1420.

Welch, M. E., M. Z. Darnell and D. E. Mccauley (2006) “Variable populations within
variable populations: Quantifying mitochondrial heteroplasmy in natural populations
of the gynodioecious plant Silene vulgaris.” Genetics 174: 829-837.



186

Westergaard, M. (1958) “The mechanism of sex determination in dioecious flowering
plants.” Adv. Genet. 9: 217-281.

White, M. J. D., 1973 Animal cytology and evolution. University Press, Cambridge,
[Eng.].

Wickstead, B., K. Ersfeld and K. Gull (2004) “The small chromosomes of Trypanosoma
brucei involved in antigenic variation are constructed around repetitive palindromes.”
Genome Research 14: 1014-1024.

Wienholds, E., F. Van Eeden, M. Kosters, J. Mudde, R. H. A. Plasterk et al. (2003)
“Efficient target-selected mutagenesis in zebrafish.” Genome Research 13: 2700-
2707,

Wilkins, A. S. (1995) “Moving up the hierarchy: A hypothesis on the evolution of a
genetic sex determination pathway.” BioEssays 17: 71-77.

Williamson, K. S., R. Phillips and B. May (2008) “Characterization of a chromosomal
rearrangement responsible for producing “Apparent” XY-female fall-run chinook
salmon in California.” J Hered.

Wilson, A. B., I. Ahnesjo, A. C. J. Vincent and A. Meyer (2003) “The dynamics of
male brooding, mating patterns, and sex roles in pipefishes and seahorses (family
Syngnathidae).” Evolution 57: 1374-1386.

Wilson, E. B. (1905) “The chromosomes in relation to the determination of sex in
insects.” Science 22: 500-502.

Winckler, W., S. R. Myers, D. J. Richter, R. C. Onofrio, G. J. Mcdonald et al. (2005)
“Comparison of fine-scale recombination rates in humans and chimpanzees.” Science
308: 107-111.

Winge, O. (1927) “The location of 18 genes in Lebistes retieulatus.” J. Genet. 18: 1-42.

Winkler, C., U. Hornung, M. Kondo, C. Neuner, J. Duschl et al. (2004) “Developmentally
regulated and non-sex-specific expression of autosomal Dmrt genes in embryos of the
medaka fish (Oryzias latipes).” Mechanisms of Development 121: 997-1005.

Withler, R. E., J. D. Mcphail and R. H. Devlin (1986) “Electrophoretic polymorphism
and sexual dimorphism in the freshwater and anadromous threespine sticklebacks
(Gasterosteus aculeatus) of the Little Campbell river, British Columbia.” Biochemical
Genetics 24: 701-713.

Wittbrodt, J., A. Shima and M. Schartl (2002) “Medaka--a model organism from the far
east.” Nat Rev Genet 3: 53-64.



187

Woodburne, M. O., T. H. Rich and M. S. Springer (2003) “The evolution of tribospheny
and the antiquity of mammalian clades.” Molecular Phylogenetics and Evolution 28:
360-385.

Wootton, R. J., 1976 The biology of the sticklebacks. Academic Press, London ; New
York.

Woram, R. A., K. Gharbi, T. Sakamoto, B. Hoyheim, L.-E. Holm et al. (2003)
“Comparative genome analysis of the primary sex-determining locus in salmonid
fishes.” Genome Research 13: 272-280.

Wrischnik, L. A., J. R. Timmer, L. A. Megna and T. W. Cline (2003) “Recruitment of the
proneural gene scute to the Drosophila sex-determination pathway.” Genetics 165:
2007-2027.

Wu, C.-1., and C.-T. Ting (2004) “Genes and speciation.” Nature Reviews Genetics 5:
114-122.

Wu, Z., K. R. Hopper, P. J. Ode, R. W. Fuester, M. Tuda et al. (2005) “Single-locus
complementary sex determination absent in Heterospilus prosopidis (Hymenoptera:
Braconidae).” Heredity 95: 228-234.

Xu, J. (2002) “Estimating the spontaneous mutation rate of loss of sex in the human
pathogenic fungus Cryptococcus neoformans.” Genetics 162: 1157-1167.

Yalcin, B., S. A. G. Willis-Owen, J. Fullerton, A. Meesaq, R. M. Deacon et al. (2004)
“Genetic dissection of a behavioral quantitative trait locus shows that rgs2 modulates
anxiety in mice.” Nat. Genet. 36: 1197-1202.

Yamanoue, Y., M. Miya, J. G. Inoue, K. Matsuura and M. Nishida (2006) “The
mitochondrial genome of spotted green pufferfish Tetraodon nigroviridis (Teleostei:
Tetraodontiformes) and divergence time estimation among model organisms in
fishes.” Genes Genet Syst 81: 29-39.

Yi, S., and W.-H. Li (2005) “Molecular evolution of recombination hotspots and highly
recombining pseudoautosomal regions in hominoids.” Molecular Biology and
Evolution 22: 1223-1230.

Yi, S., T. J. Summers, N. M. Pearson and W.-H. Li (2004) “Recombination has little
effect on the rate of sequence divergence in pseudoautosomal boundary 1 among
humans and great apes.” Genome Research 14: 37-43.

Yin, T., S. P. Difazio, L. E. Gunter, X. Zhang, M. M. Sewell et al. (2008) “Genome
structure and emerging evidence of an incipient sex chromosome in Populus.”
Genome Res 18: 422-430.



188

Yu, Q., S. Hou, F. A. Feltus, M. R. Jones, J. E. Murray et al. (2008) “Low X/Y divergence
in four pairs of papaya sex-linked genes.” Plant J 53: 124-132.

Yusa, K., J. Takeda and K. Horie (2004) “Enhancement of sleeping beauty transposition
by CpG methylation: Possible role of heterochromatin formation.” Molecular and
Cellular Biology 24: 4004-4018.

Zarkower, D., 2001 Invertebrates may not be so different after all, pp. 115-135 in The
genetics and biology of sex determination, edited by D. Chadwick and J. Goode.
Novartis Foundation, London.

Zbinden, M., D. Mazzi, R. Kunzler, C. R. Largiader and T. C. M. Bakker (2003)
“Courting virtual rivals increase ejaculate size in sticklebacks (Gasterosteus
aculeatus).” Behavioral Ecology and Sociobiology 54: 205-209.

Zhang, J. (2004) “Evolution of Dmy, a newly emergent male sex-determination gene of
medaka fish.” Genetics 166: 1887-1895.

Zhang, K., A. C. Martiny, N. B. Reppas, K. W. Barry, J. Malek et al. (2006) “Sequencing
genomes from single cells by polymerase cloning.” Nature Biotechnology 24: 680-
686.

Zhou, Q., J. Wang, L. Huang, W. H. Nig, J. H. Wang et al. (2008) “Neo-sex
chromosomes in the black muntjac recapitulate incipient evolution of mammalian sex
chromosomes.” Genome Biol 9: R98.

Ziegler, C. G., D. K. Lamatsch, C. Steinlein, W. Engel, M. Schartl et al. (2003)
“The giant B chromosome of the cyprinid fish Alburnus alburnus harbours a
retrotransposon-derived repetitive DNA sequence.” Chromosome Res 11: 23-35.

Zluvova, J., S. Georgiev, B. Janousek, D. Charlesworth, B. Vyskot et al. (2007) “Early
events in the evolution of the Silene latifolia Y chromosome: Male specialization and
recombination arrest.” Genetics 177: 375-386.



Curriculum Vitae
Joseph A. Ross

Education and Research

2002—2008 University of Washington and
Fred Hutchinson Cancer Research Center
Advisor: Catherine L. Peichel, Ph.D.
Ph.D. in Molecular and Cellular Biology

2001—2002 Fred Hutchinson Cancer Research Center
Research Technician, Barbara J. Trask Lab
“Mouse olfactory epithelium cDNA library screen.”

1999—2000 University of Oregon Institute of Molecular Biology
Advisor: Diane K. Hawley, Ph.D.
“DNA-TATA Binding Protein interactions during
transcription initiation.”

1996—2000 University of Oregon
B.A. Biochemistry, magna cum laude, Departmental Honors

Awards and Funding

2006 Fred Hutchinson Cancer Research Center Student/
Postdoc Advisory Committee
Conference Travel Award, $1,500

2004—2007 Cell and Molecular Biology Training Grant
Public Health Service, National Research Service Award
T32 GMO07270, from the
National Institute of General Medical Sciences

2004 NSF Graduate Research Fellowship Honorable Mention
1999 HHMI Summer Undergraduate Research Fellow
1996—2000 Presidential Scholarship, University of Oregon

1996 University of Oregon Alumni Association Scholarship

189



190

Peer-reviewed Publications

Ross JA and Peichel CL. “Molecular cytogenetic evidence of rearrangements on the Y
chromosome of the threespine stickleback fish.”” Genetics (2008) accepted.

Peichel CL, Ross JA, Matson CK, Dickson M, Grimwood J, Schmutz J, Myers RM, Mori
S, Schluter D and Kingsley DM. “The master sex-determination locus in threespine
sticklebacks is on a nascent Y chromosome.” Current Biology (2004) 14:1416-1424.

Young JM, Shykind BM, Lane RP, Tonnes-Priddy L, Ross JA, Walker M, Williams
EM, Trask BJ. “Odorant receptor expressed sequence tags demonstrate olfactory
expression of over 400 genes, extensive alternate splicing and unequal expression
levels.” Genome Biol. (2003) 4:R71.

Young JM, Friedman C, Williams EM, Ross JA, Tonnes-Priddy L, Trask BJ. “Different
evolutionary processes shaped the mouse and human olfactory receptor gene
families.” Hum Mol Genet. (2002) 11:535-46.

Other Publications

Ross JA. Correspondence. Nature (2007) 445:593.

Selected Presentations

“Evolution of sex chromosomes in stickleback fishes.” Fourth International Symposium
on Vertebrate Sex Determination. Kona, HI. 13 April 2006.

“Sex chromosome evolution in the threespine stickleback Gasterosteus aculeatus.” Basic
Sciences and Human Biology Divisions Seminar Series, Fred Hutchinson Cancer
Research Center. 28 January 2005.

“Sex determination and sex chromosome evolution in stickleback fish.” Genetics and
Genomics Group, Fred Hutchinson Cancer Research Center. 10 December 2003.

“Transcription initiation: DNA-TATA binding protein (TBP) interactions.” Howard
Hughes Medical Institute Undergraduate Summer Research Symposium. University
of Oregon. 1999.



191

Selected Posters (presenter)

Bruner A, Ross J and Peichel C. “Evolution of sex determination in stickleback fishes”
Society of Integrative and Comparative Biology. Orlando, Florida. January 2006.

Ross JA, Blahm AM and Peichel CL. “Evolution of genetic sex determination in
sticklebacks (Gasterosteus spp.)” Northwest Reproductive Sciences Symposium.
Seattle, Washington. 22-23 April 2005.

Ross JA and Peichel CL. “Evolution of sex determination mechanisms and sex
chromosomes in stickleback fish.” EVO-WIBO (Evolutionary Biology Conference of
Washington, Idaho, British Columbia and Oregon). Port Townsend, Washington. 17
April 2004.

* Student Presentation Award *

Ross JA and Peichel CL. “Evolution of sex determination mechanisms and sex
chromosomes in stickleback fish.” American Indian Science and Engineering Society
National Conference. Albuquerque, New Mexico. 22 November 2003.

* Best Graduate Student Poster Award *

Young J, Shykind B, Lane R, Tonnes-Priddy L, Ross J, Walker M, Williams E, Axel R
and Trask B. “Odorant receptor ESTs demonstrate olfactory expression of over 400
genes, extensive alternate splicing, and unequal expression levels.” Cold Spring
Harbor 68" Symposium: The Genome of Homo Sapiens. May 2003.

Young JM, Friedman C, Tonnes-Priddy L, Ross J, Lane RP and Trask BJ. “The human
and mouse olfactory receptor gene families are shaped by different evolutionary
processes.” Cold Spring Harbor Symposium: Genome Sequencing and Biology. May
2001,



