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Since the discovery of sex chromosomes, researchers
have sought to explain the evolutionary forces that could
produce a pair of chromosomes that differed between the
sexes. During the 20th century, the fields of classical
genetics, evolutionary and population genetics, and cytol-
ogy converged on a single explanation for the evolution of
heteromorphic sex chromosomes: Sex chromosomes
evolved from autosomes primarily through the degenera-
tion of the sex-specific Y or W chromosome, whereas the
X or Z chromosome faithfully preserved the gene content
of the ancestral autosome pair. X and Z chromosomes
were museums; Y and W chromosomes were ruins, des-
tined to be lost to the sands of time.

In the last 10 years, genomics has revolutionized the
study of evolution. Evolution changes the sequence of
DNA molecules, and comparing DNA sequences allows
us to reconstruct evolutionary events from the past. The
availability of DNA sequences from multiple vertebrates
has confirmed that the process of sex chromosome evolu-
tion envisioned by theorists has played out multiple times
in the evolution of vertebrate sex chromosomes. However,
complete high-quality sequences of sex chromosomes
have led to discoveries that were unanticipated by existing
theory. Sex-specific chromosomes are not doomed to
decay, but selection can act to preserve their gene content
over long timescales. Amplicons, massive and highly iden-
tical arrays of duplicated genes, are sources of innovation
in gene content on sex-specific as well as sex-shared chro-
mosomes. These arrays consist of genes expressed exclu-
sively or predominantly in the testis. 

The unexpected results of genomic analyses have chal-
lenged long-standing assumptions about the evolution of
sex chromosomes. It is now clear that sex chromosomes are
subject to constant remodeling; they resemble Theseus’ ship
rather than museums or ruins. The dramatic nature of inno-

vation in gene content on sex chromosomes presents major
theoretical challenges for the field of sex chromosome evo-
lution. What selective forces can generate ampliconic struc-
tures? What is the relationship between ampliconic genes
and male reproduction? As more sex chromosome
sequences become available, including those of multiple
mammals as well as the Z and W chromosomes of birds,
they will enhance our ability to address these questions.

THEORETICAL MODELS OF SEX
CHROMOSOME EVOLUTION

The study of sex chromosome evolution shares its ori-
gin with that of genetics, in Thomas Hunt Morgan’s fly
room at Columbia University. In 1913, Alfred Sturtevant
produced the first genetic map, consisting of six sex-
linked genes (Sturtevant 1913). The following year, his
colleague, Calvin Bridges, combined Sturtevant’s linear
map of sex-linked genes with his own work on nondis-
junction of sex chromosomes to demonstrate that Stur te -
vant’s map was that of the X chromosome, and the
chromosomes were the material of heredity (Bridges
1914). This suggested that sex chromosomes were not
merely a sign, but instead the root cause of sexual dimor-
phism. The following year, a third member of Morgan’s
lab, Hermann Muller, established the linkage of a gene
with the fourth chromosome, the smallest Drosophila
autosome (Muller 1914). With Muller’s publication, all
Drosophila chromosomes, with the exception of the Y
chromosome, had at least one known gene. This fact trou-
bled Muller, who explained it with the first theory of sex
chromosome evolution: The X and Y chromosomes
evolved from an ordinary pair of autosomes, but the Y
chromosome, unable to recombine in males, had accumu-
lated deleterious mutations, eliminating all of its genes.
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This simple theory, that heteromorphic sex chromosomes
evolve from autosomes through the decay of the sex-spe-
cific chromosome, has been fundamental to the study of
sex chromosome evolution for nearly 100 years.

Muller’s theory that heteromorphic sex chromosomes
were the result of degradation of the sex-specific chro-
mosome was corroborated by the lack of credible Y-linked
phenotypes in humans. As was the case in Drosophila, the
first traits mapped to a human chromosome were mapped
to the X chromosome (Morgan 1911a,b; Wilson 1911).
By the middle of the century, X-linked inheritance had
been reported for dozens of traits, whereas only a handful
of traits had been mapped to the Y chromosome (Stern
1957; McKusick 1962). In 1957, Curt Stern, another for-
mer student of Morgan’s and the President of the Amer i -
can Society of Human Genetics, addressed the society’s
annual meeting (Stern 1957). Stern used his address to
systematically debunk every reported case of Y linkage in
humans. Stern noted that no Y-linked trait had been dis-
covered in experimental mammals, but he cautioned
investigators not to give up the search for Y-linked traits.
Two years later, it was discovered that the human and
mouse Y chromosomes contained the male sex-determin-
ing gene (Ford et al. 1959; Jacobs and Strong 1959;
Welshons and Russell 1959), but the reputation of the Y
chromosome had been irreparably damaged. Apart from
sex determination, geneticists viewed the sex-specific Y
chromosome as a “dud” (McKusick 1962).

Not only was the idea of the sex-specific chromosome
as a degenerate autosome in accord with the genetic data
from flies and mammals, but it could also account for the
diverse sex-determining mechanisms of vertebrates. Many
vertebrate species have no sex chromosomes; in these
species, sex is determined by an environmental cue such
as temperature. Some species have homomorphic sex
chromosomes. Homomorphic sex chromosomes are not
cytologically distinguishable, but they can be revealed by
experiments with artificially sex-reversed animals. Het er -
o morphic sex chromosomes of the type seen in Dro soph -
ila predominate in three vertebrate lineages: mammals,
birds, and snakes. Susumu Ohno (1967) argued that these
three states—the absence of sex chromosomes, homomor-
phic sex chromosomes, and heteromorphic sex chromo-
somes—represented a continuum that revealed the
evo lutionary trajectory of the heteromorphic vertebrate
sex chromosomes. Ohno conjectured that the common
ancestor of vertebrates possessed no sex chromosomes,
but in some lineages, a mutation had arisen that caused an
ordinary pair of autosomes to behave as homomorphic sex
chromosomes, and after this event, the sex-specific chro-
mosome decayed, producing heteromorphic sex chromo-
somes like those of mammals, birds, and snakes.

Ohno also modified Muller’s theory to account for
differences in recombination between Drosophila and
vertebrates. Muller’s theory relied on the absence of
crossing-over between homologous chromosomes in
Drosophila males to automatically isolate any Y chromo-
some from crossing-over, but because recombination
occurs in both sexes in vertebrates, the sex-specific chro-
mosomes of vertebrates would not spontaneously begin to

degenerate. After the emergence of a new sex-determining
gene in a vertebrate, a second event is required to suppress
crossing-over. Ohno proposed that a pericentric inversion on
the sex-specific chromosome that encompassed the region
of the sex-determining gene could suppress crossing-over
between sex chromosomes in the heterogametic sex (Ohno
1967). If crossing-over occurs within the boundaries of a
pericentric inversion, the recombinant chromosomes will be
duplicated in part of the inversion and deficient in the other;
if essential genes fall within the boundaries of the inversion,
recombinant progeny will die and only those whose sex
chromosomes did not recombine will survive. Once the sex-
specific Y or W chromosome was isolated, it would begin to
diverge from the shared X or Z chromosome by losing its
gene content as Muller had predicted.

As the study of population genetics emerged, it became
clear that Muller’s explanation for the degeneration of the
sex-specific chromosome was inadequate. Inspired by his
work on chromosomes carrying balanced lethal muta-
tions, Muller initially proposed that a lack of crossing-over
was sufficient to lead to genetic decay. Each chromosome
in a pair carrying balanced lethal mutations exists only in
the heterozygous state; recessive mutations on one chro-
mosome are not exposed to selection as long as the other
chromosome maintains the ancestral allele. Thus, both
chromosomes can accumulate complementary recessive
mutations. Muller believed that Y and W chromosomes,
held in a heterozygous state by linkage to the sex-deter-
mining locus, would be sheltered from selection by their
partner, whereas X and Z chromosomes would be exposed
to selection against recessive mutations in the homoga-
metic sex (Muller 1918). Fisher demonstrated that this
explanation could not account for the degeneration of the
sex-specific chromosome, because mutation must affect
incipient sex chromosomes equally (Fisher 1935). If an X-
linked or Z-linked gene suffered a loss of function, the
result would be selection against a parallel loss of function
in the Y-linked or W-linked counterpart. Fisher showed
that for an infinite population, degeneration of the type
Muller described could only occur if the mutation rate was
much higher on the sex-specific chromosome than in the
rest of the genome. In light of this difficulty, it was neces-
sary to modify Muller’s theory to explain why only the
sex-specific chromosome was subject to degeneration.

Although Muller’s initial explanation for the degenera-
tion of the sex-specific chromosome proved to be inade-
quate, population genetic theories designed to explain the
benefits of sex and recombination became the source of
alternative models that could account for the degeneration
of a nonrecombining chromosome. Muller proposed that
genetic drift could account for the degeneration of nonre-
combining chromosomes through a mechanism that is now
known as “Muller’s ratchet” (Muller 1964; Felsenstein
1974). Muller’s ratchet is the idea that, in the absence of
crossing-over, a population cannot generate chromosomes
with a smaller mutational load than those that currently exist
within the population. If the least-mutated class of chromo-
somes is lost to drift, it is replaced by one that carries more
mutations, and the “ratchet” has clicked irreversibly toward
the decay of the nonrecombining chromosome. 
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Alternative models of degeneration rely on the absolute
linkage between all of the sites on a nonrecombining chro-
mosome. Selection at one site interferes with selection at
linked sites, preventing the efficient elimination of delete-
rious mutations and slowing the spread of beneficial muta-
tions (Felsenstein 1974). Strongly beneficial mutations can
sweep through a population, dragging many weakly delete-
rious mutations along with them (genetic hitchhiking)
(Maynard Smith and Haigh 1974; Rice 1987); chromo-
somes with strongly deleterious alleles will be lost from the
population before they can spread, increasing the chances
that weakly deleterious alleles will become fixed by drift
(background selection) (Charlesworth et al. 1993; Charles -
worth 1994). Both of these models predict reductions in the
effective population size of a nonrecombining chromo-
some, increasing the effects of genetic drift (Charlesworth
1978). Thus, both genetic hitchhiking and background
selection should act synergistically with Muller’s ratchet to
hasten the degeneration of a nonrecombining chromosome
(Charlesworth 1978; Bachtrog 2008).

Theoretical models of sex chromosome evolution based
on population genetics implicitly assumed that the sex-
shared X and Z chromosomes were unchanging; Ohno
(1967) codified this as an explicit prediction. Ohno pre-
dicted that the X and Z chromosomes should preserve the
gene content of the ancestral autosome pair from which
they evolved. As a corollary, the sex chromosomes of
species that share a common origin are expected to share
the same ancestral gene content. This concept is now most
familiar as “Ohno’s Law,” i.e., genes that are X linked in
one mammal should be X linked in all others, but Ohno
applied his predictions equally to the Z chromosomes of
birds and snakes. Ohno and other investigators reasoned
that the degeneration of the sex-specific chromosome
would result in the evolution of dosage compensation on
the sex chromosome shared between the sexes (Ohno
1967; Charlesworth 1978; Jegalian and Page 1998). Once
genes were lost from the sex-specific chromosome, the het-
erogametic sex would only have half of the original dose of
X-linked genes (Ohno 1967; Charlesworth 1978; Jegalian
and Page 1998). A system of dosage compensation would
evolve to provide males with the correct expression level
for X-linked genes (Ohno 1967; Charlesworth 1978;
Jegalian and Page 1998). Ohno argued that autosomal
genes could not be added to the X chromosome because
they would be expressed at too low a level in males, and X-
linked genes could not move to autosomes because they
were dependent on the dosage compensation mechanism
for proper expression (Ohno 1967). Thus, although Y and
W chromosomes were subject to drastic changes in gene
content, X and Z chromosomes were locked into stably
retaining their ancestral genes.

EVOLUTIONARY STRATA: 
RECONSTRUCTING THE DEGENERATION 

OF SEX-SPECIFIC CHROMOSOMES

As DNA sequences from vertebrate sex chromosomes
became available, researchers interpreted them in the con-
text of the theories built on Muller’s ideas. Pairing and

crossing-over between the human X and Y chromosomes at
meiosis implied that some vestige of the original autosomal
homology between them remained (Solari and Tres 1970;
Rasmussen and Holm 1978). This suspicion was con-
firmed by the discovery of pseudoautosomal genes on the
mammalian X and Y chromosomes (Cooke et al. 1985;
Simmler et al. 1985; Goodfellow et al. 1986). The first
sequence map of the Y chromosome showed that even out-
side of the pseudoautosomal region, the human X and Y
chromosomes carried homologous genes (Foote et al.
1992; Vollrath et al. 1992). The sequence of these Y-linked
genes, when compared to the sequence of their X-linked
homologs, revealed a pattern that suggested a pathway for
X-Y evolution (Lahn and Page 1999b). Nucleotide diver-
gence between X-linked and Y-linked gene copies was
strongly correlated with the position of the X-linked gene
copy, such that X-Y pairs formed several groups of increas-
ing divergence from the short arm to the long arm of the X
chromosome. Bruce Lahn likened the surviving gene pairs
to fossils preserved in layers of stone from different periods
in the past, and he christened these groups “evolutionary
strata.” Each stratum contains genes isolated from recom-
bination by the same event; thus, the genes share similar
levels of divergence. Lahn postulated at least four inversion
events on the Y chromosome to account for his observa-
tions, in accordance with Ohno’s prediction that inversion
events would initiate Y-chromosome divergence and that
the X chromosome would remain untouched.

Subsequent work on the human X chromosome and the
chicken Z and W chromosomes provided further evidence
for the degeneration of the sex-specific chromosome. The
finished sequence of the human X chromosome was pre-
sented as a foil for the Y chromosome, revealing further
details of Y-chromosome degeneration (Ross et al. 2005).
Ross and colleagues confirmed the existence of the strata
identified by Lahn and identified an additional, more
recent stratum. As was the case for the X and Y chromo-
somes of mammals, the first sequence data from the
chicken sex chromosomes showed that the Z and W chro-
mosomes shared genes, suggesting that they too had
evolved from a homologous pair of autosomes
(Fridolfsson et al. 1998). As more W-linked genes were
identified, Handley et al. (2004) compared them to their Z-
linked homologs and identified strata. The sex-specific Y
and W chromosomes evolved from autosomes along the
same pathway of progressive isolation from recombina-
tion followed by degeneration.

CONSERVATION, RECOMBINATION, AND
INNOVATION ON THE Y CHROMOSOME

The finished sequence of the human Y chromosome,
published almost 90 years after Muller’s original paper
anticipating the degeneration of the nonrecombining sex
chromosome, represented the first sequence of any sex-
specific chromosome (Skaletsky et al. 2003). The human
Y-chromosome sequence was assembled from individual
BAC (bacterial artificial chromosome) clones from a sin-
gle man’s Y chromosome, allowing a greater degree of
completeness in repetitive regions than had been achieved
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for other human chromosomes (Skaletsky et al. 2003).
This effort enabled genomic comparisons that could, for
the first time, rigorously test theoretical predictions of the
course of sex chromosome evolution. Although it was
clear that the human X and Y chromosomes had evolved
from autosomes, unanticipated findings called into ques-
tion some of the core assumptions of sex chromosome
evolutionary theory. The human Y chromosome appeared
to be a mosaic of different sequence classes that had dif-
ferent evolutionary trajectories (Skaletsky et al. 2003).
The divergence evident in X-degenerate sequences had
defined the evolutionary strata, but subsequent work
would show that selection was more effective at preserv-
ing the surviving genes from degeneration than had been
anticipated. The Y chromosome also gained genes in X-
transposed and ampliconic sequences; these sequences
demonstrated that Y chromosomes evolved not only by
degeneration, but also by growth and elaboration.

Nearly half of the human Y chromosome is composed of
X-degenerate sequences that contain genes that have sur-
vived the stepwise process of Y degeneration from the
ancestral autosome pair that gave rise to the X and Y chro-
mosomes (Skaletsky et al. 2003). The X-degenerate portion
of the Y chromosome has unquestionably lost most genes
that were present on the ancestral autosome pair; only 16
single-copy genes have survived out of the hundreds that are
inferred to have been present on the ancestor of the X and Y
chromosomes (Skaletsky et al. 2003). This has led to promi-
nent claims that the Y chromosome is decaying at such a
rapid pace that it will be devoid of genes in 10 million years
(Aitken and Graves 2002). However, there is abundant evi-
dence that the Y chromosome will not “self-destruct” any
time soon. Rozen et al. (2009) examined variation in these
surviving genes across a panel of 105 men representing
worldwide Y-chromosome diversity. They discovered that
there is remarkably little variation in X-degenerate protein-
coding sequences; on average, two randomly chosen Y
chromosomes differ by only a single-amino-acid change
(Rozen et al. 2009). They found that both nucleotide diver-
sity and the proportion of variant sites are higher for silent
substitutions than for substitutions that would lead to amino
acid changes, implying that natural selection has operated
effectively to preserve the coding sequences of the X-
degenerate genes during human history (Rozen et al. 2009).
Non re combining sequences can be stable over even longer
time scales. Hughes et al. (2005) systematically compared
the human X-degenerate genes to those of the chimpanzee.
They found that the human Y has preserved all X-degener-
ate genes that were present in the common ancestor of
humans and chimps. Thus, the X-degenerate sequences of
the human Y chromosome have been stable for at least the
past 6 million years.

The sequence of the human Y chromosome showed not
only that the human Y has avoided destruction, but that it is
also undergoing growth and innovation in gene content. The
rest of the human Y chromosome is composed of two
sequence classes, X-transposed and ampliconic, many of
whose genes have been added to the Y chromosome since it
began to diverge from the X (Skaletsky et al. 2003). After
the divergence of humans and chimpanzees, a transposition

event restored a block of two-single-copy X-transposed
genes to the human Y chromosome (Skaletsky et al. 2003).
Ampliconic sequences form highly identical (>99.9%
nucleotide identity) tandem arrays and inverted repeats that
could only be resolved by BAC-based finishing strategies.
The largest was a nearly perfect palindrome almost 3 Mb
across (Kuroda-Kawaguchi et al. 2001; Skaletsky et al.
2003). The ampliconic portion of the Y chromosome con-
tains nine multicopy gene families, totaling ~60 transcrip-
tion units (Skaletsky et al. 2003). Two gene families are
survivors of Y-chromosome decay that have become ampli-
fied, whereas others appear to have moved to the Y chro-
mosome from autosomes (Saxena et al. 1996; Lahn and
Page 1999a; Skaletsky et al. 2003). All of these genes are
expressed in the testis (Skaletsky et al. 2003), and deletions
in these sequences are the most common known genetic
cause of spermatogenic failure in humans (Kuroda-
Kawaguchi et al. 2001; Repping et al. 2002, 2003). Muller’s
theory did not predict the existence of this crucial part of the
Y chromosome.

Further characterization of mammalian Y chromosomes
demonstrated that ampliconic sequences represent a major
exception to Muller’s theory. The high nucleotide identity
between the genes in palindromes on the human Y chro-
mosome could be interpreted as evidence that the ampli-
conic sequences evolved relatively recently in human
evolution, within the last 100,000 years. However, Rozen
et al. (2003) used comparative sequencing in great apes to
show that at least six of the eight human Y-chromosome
palindromes predate the divergence of chimpanzees and
humans more than 6 million years ago. To explain this
result, they hypothesized that the arms of these palin-
dromes must engage in gene conversion, driving the
paired arms to evolve in concert. They confirmed this by
surveying the diversity of human Y chromosomes to cap-
ture instances of gene conversion within the human line-
age (Rozen et al. 2003). Muller and other investigators had
assumed that the Y chromosome could not engage in
recombination and would inevitably decay, but gene con-
version allows for productive recombination between
palindrome arms as though they were two alleles on
homologous autosomes (Rozen et al. 2003; Skaletsky et
al. 2003). This has allowed the ampliconic genes of the Y
chromosomes to survive and expand during primate evo-
lution while many single-copy genes have decayed.

Not only are ampliconic regions capable of recombina-
tion, but this recombination results in the continual remod-
eling of Y-chromosome sequence. Because ampliconic
regions are, by definition, highly identical sequences in tan-
dem or inverted repeats, they are prone to rearrangements
that lead to variations in copy number as well as inversions.
Repping et al. (2006) surveyed a panel of diverse Y chro-
mosomes and observed extensive structural variation
among human Y chromosomes. Using the phylogentic tree
of human Y chromosomes, they were able to place a lower
bound on the rate of rearrangements; most rearrangements
occur on the order of 10–4 events per father-to-son transmis-
sion (Repping et al. 2006). This high rate of rearrangement
causes the structure of ampliconic sequences to evolve
much more rapidly than X-degenerate sequences. Hughes et
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al. (2010) found that although all ampliconic gene families
are conserved between humans and chimpanzees, the chim-
panzee ampliconic sequences have experienced many more
rearrangements than the X-degenerate sequences, produc-
ing a completely different structure. Unlike the X-degener-
ate regions of the Y, the ampliconic regions are a source of
continual growth and change.

INNOVATION ON THE X CHROMOSOME

Although the finished sequence of the human Y chro-
mosome led to discoveries that challenged the traditional
model of the Y chromosome as a rotting autosome by
showing growth and change on the Y chromosome, it also
reinforced the view of the X chromosome as unchanging.
Muller’s theory predicts that the decay of genes on Y and
W chromosomes constrains X and Z chromosomes to sta-
bly maintain the gene content of the autosomes from which
they evolved. In formulating Ohno’s Law, Ohno (1967)
reasoned that an elaborate chromosome-wide mechanism
of dosage compensation would also stabilize the gene con-
tent of X and Z chromosomes, because genes that translo-
cated to or from an X or Z chromosome would become
misregulated. As a result, most genomic studies have
treated the X chromosome as a control to show the dra-
matic changes on the Y chromosome, leaving the question
of changes in X-chromosome gene content unexamined.
Only comparisons among X chromosomes or between X
chromosomes and the autosomes of other species can test
whether the gene content of the X chromosome has
changed through the course of X-chromosome evolution. 

Initial comparisons of X and Z chromosomes among
species have generally supported Muller and Ohno’s pre-
dictions of conservation. Comparative mapping experi-
ments have repeatedly shown that the genes of the X
chromosome are well conserved among placental mam-
mals (O’Brien et al. 1993; Carver and Stubbs 1997;
Chowdhary et al. 1998; Ross et al. 2005). Although mam-
malian X chromosomes have experienced a number of
rearrangements, particularly in the rodent lineage, over the
course of mammalian evolution, they have sustained fewer
interchromosomal translocations than mammalian auto-
somes (Carver and Stubbs 1997). Outside of mammals,
comparative mapping of Z-linked genes in birds by FISH
(fluorescence in situ hydridization) has indicated that the Z
chromosome is conserved among avian species (Nanda et
al. 2008). Similar results have been reported in compar-
isons of several snake species (Matsubara et al. 2006).
Because comparative mapping experiments are designed to
locate the orthologs of the genes from one species on the
chromosomes of another, the results of these experiments
are biased toward finding conservation rather than novelty. 

In line with the predictions of Ohno’s Law, PARs
(pseudoautosomal regions) have not been as well con-
served as the rest of the X chromosome. Several genes in
the mammalian pseudoautosomal region have moved from
the PAR to autosomes in mice (Palmer et al. 1995; Carver
and Stubbs 1997). Wilcox et al. (1996) examined the loca-
tions of human X-linked genes in marsupials and mono -
tremes. They discovered that the genes composing the short

arm of the human X were present on the autosomes of
mono tremes and marsupials (Wilcox et al. 1996). This
gene traffic to and from the mammalian X chromosome
seems like a violation of Ohno’s Law, but it is actually in
accord with Ohno’s predictions. The region added to the X
in eutherian mammals falls into the three most recent strata
of the human sex chromosomes; when it translocated to the
ancestral eutherian X chromosome, it was added to the
PAR and shared with the Y chromosome. Because PARs
still participate in crossing-over, Y-linked gene copies do
not decay and the X-linked copies are not subject to dosage
compensation. The genes in the PAR are free to move
between autosomes and the sex chromosomes until they
are locked in by an event that expands the region of sup-
pressed recombination between the sex chromosomes. 

Even outside the PARs, the gene content of the mam-
malian X chromosome is not completely stable. Genomic
data from humans and mice have allowed researchers to
systematically identify gene movement to and from the
mammalian X chromosome. Emerson et al. (2004) found
that the mouse and human X chromosomes have both
generated and received an excess of genes through retro-
transposition. By comparing the human and mouse X
chromo somes, they found that this process began before
humans and mice diverged and has continued after that
divergence in both lineages. Mammalian X chromosomes
have also gained genes through the duplication of existing
X-linked genes. Warburton et al. (2004) found that the
human X chromosome is enriched for amplicons that con-
tain testis-expressed genes. These X-chromosome ampli-
cons primarily contain the cancer-testis antigen (CTA)
genes. Comparative studies have shown that several CTA
gene families expanded in the primate lineage (De Backer
et al. 1999; Aradhya et al. 2001; Kouprina et al. 2004). Other
CTA gene families, including the MAGE genes, the most
abundant gene family on the human X chromosome, have
independently expanded in both rodent and primate line-
ages (Chomez et al. 2001; Chen et al. 2003; Birtle et al.
2005; Ross et al. 2005). Mueller et al. (2008) found that the
mouse X chromosome contained 33 multicopy gene fami-
lies, which, like human CTA genes, are expressed in the
testis. These multicopy families were arranged in elaborate
ampliconic structures covering 19 Mb of the mouse X chro-
mosome (Mueller et al. 2008). Just as ampliconic gene fam-
ilies are a source of unexpected novel gene content on
mammalian Y chromosomes, they are also a source of inno-
vation on X chromosomes as well.

Contrary to the expectations of Muller’s theory and
Ohno’s Law, recent research has shown that the gene con-
tent of X chromosomes is not static. On the one hand,
conservation of gene content is observed throughout the
majority of the mammalian X chromosome, where gene
loss from the Y chromosome and the subsequent evolu-
tion of dosage compensation restrict the flow of genes off
of and onto the X. On the other hand, PARs have been
sites of gene movement to and from the X chromosome,
the most dramatic being the X added region of placental
mammals, which accounts for nearly the entire short arm
of the human X chromosome. Even outside of PARs,
retrotransposition and gene duplication have reshaped the
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gene content of mammalian X chromosomes, creating
amplicons of testis-expressed genes parallel to those
observed on mammalian Y chromosomes. The changes to
X chromosomes are as impressive as their conservation.

CURRENT CHALLENGES AND 
FUTURE DIRECTIONS

For nearly 100 years, the evolution of sex chromo-
somes has been described in the context of Muller’s the-
ory that sex chromosomes evolve from autosomes
through the degeneration of the sex-specific chromo-
some. This hypothesis accounts for nearly all of the data
that were available before the sequences of sex chromo-
somes were completed. However, Muller’s theory does
not account for the degree to which gene movement and
duplication have shaped the evolution of sex chromo-
somes. The ampliconic sequences of the human Y chro-
mosome are essential for male fertility and therefore for
the continued survival of the Y chromosome, but they
were unanticipated in Muller’s theory. Amplicons on X
chromosomes represent unexpected innovations in gene
content on what was presumed to be an unchanging chro-
mosome. In the same way that the development of popu-
lation genetics reshaped the description of Y degeneration
under Muller’s theory, it is necessary to amend Muller’s
hypothesis in light of genomic data.

A greater understanding of the forces that generate
amplicons will result from a more complete description
of their function. One possibility is that the high copy
number of ampliconic genes reflects selection for
increased expression. Ampliconic genes might be dupli-
cated to facilitate high levels of transcription, as has been
proposed for ribosomal RNAs, transfer RNAs, and his-
tone genes (Finnegan et al. 1978; Kedes 1979; Long and
Dawid 1980). The high frequency of transcription of
mouse X ampliconic genes despite the general postmei-
otic silencing of single-copy genes on the X chromosome
would be consistent with this hypothesis. The universal
expression of ampliconic genes in the testis provides a
second possible explanation: Repetitive DNA structures
provide a chromatin environment that is permissive for
gene expression in germ cells. As an alternative to hy -
poth eses based on gene expression, amplicons may have
a role in preserving functional gene copies in regions
where crossing-over with a homologous chromosome
rarely, if ever, occurs. The amplicons on the Y chromo-
some of primates engage in gene conversion, providing a
mechanism to preserve the function of genes in the face
of chromosome-wide degradation. Ideally, a unified the-
ory would explain why amplicons are more prevalent on
sex chromosomes than in the rest of the genome, but it is
possible that amplicons are present on different sex chro-
mosomes for different reasons. 

Escape from postmeiotic silencing on sex chromo-
somes could serve as a compelling explanation for the
location of amplicons in mammals, but silencing of sex
chromosomes is far from universal. Unlike XY male
mammals, ZW female birds do not appear to silence
unpaired chromosomes during meiosis (Solari 1977).

During the diplotene stage of female meiosis, the Z and
W chromosomes of chickens are highly transcriptionally
active, forming lampbrush chromosomes (Hutchison
1987). If ampliconic sequences exist in birds, they will
require an alternative explanation. 

An alternative to the avoidance of meiotic silencing is
that sex-linked amplicons are the result of sexually antago-
nistic selection. Sexually antagonistic genes are those that
produce a phenotype that benefits one sex more than the
other. These traits are more likely to become fixed on sex
chromosomes than on autosomes because the sex chromo-
somes are not evenly exposed to selection in both sexes
(Rice 1984). Male-benefit genes should accumulate on Y
chromosomes, and female-benefit genes should accumu-
late on W chromosomes. The case for X and Z chromo-
somes is more complex. Dominant traits that benefit the
homogametic sex should accumulate because they are
exposed to selection twice as often in the homogametic sex.
Recessive traits that benefit the heterogametic sex should
accumulate because they are always exposed to stronger
selection in the heterogametic sex than in the homogametic
sex, where they can be masked by other alleles. Eventually,
sexually antagonistic genes are expected to evolve sex-lim-
ited expression to avoid costs to the sex where they are not
beneficial (Rice 1984). As a result, one would expect to
find that sex chromosomes would become enriched for
genes expressed only in one sex.

Sexually antagonistic selection is an attractive explana-
tion for the enrichment of amplicons on the sex chromo-
somes, but there are incongruities with the existing data.
There do not appear to be any female-benefit amplicons
on X chromosomes, where they might be expected to
arise because the X chromosome is exposed to more fre-
quent selection in females than in males. All known
ampliconic sequences, including those on X chromo-
somes, are expressed in the testis. The presence of testis-
expressed amplicons on X chromosomes is striking
because gene duplication was classically imagined as a
dominant gain-of-function mutation (Muller 1932), but
the theory of sexually antagonistic selection predicts that
only recessive male-benefit alleles should accumulate on
X chromosomes. If sexually antagonistic selection is
responsible for the generation of testis-expressed ampli-
cons, gene duplication on the X chromosome may be pre-
ceded by the evolution of male-limited expression, so that
duplications are only subjected to selection in males.

Amplicons could also be involved in intragenomic con-
flict through segregation distortion in the germline.
Autosomal segregation distortion due to the t haplotype of
chromosome 17 in mice is well known (Silver 1993). On
the sex chromosomes, a segregation-distorting locus could
function as a sex ratio distorter. Because most organisms
are constrained to a 1:1 sex ratio, any sex ratio distorter
that meets with success immediately increases the selec-
tive advantage for a second distorter to restore the sex ratio
to equilibrium (Fisher 1930; Nur 1974). This could lead to
an evolutionary arms race between sex chromosomes.
There are indications that the mouse X and Y chromo-
somes are involved in segregation distortion; deletions on
the long arm of the mouse Y chromosome lead to an
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excess of female offspring, suggesting that the multicopy
genes on the mouse Y chromosome may suppress X-chro-
mosome segregation distortion (Conway et al. 1994). If
amplicons are primarily generated as a result of intrage-
nomic conflict between the sex chromosomes, birds and
snakes would be expected to accumulate genes that are
expressed during female meiosis to influence the partition
of the Z and W chromosomes between the oocyte and the
first polar body (Rutkowska and Badyaev 2008). 

In the past 10 years, genomic data from vertebrate sex
chromosomes have allowed reconstructions of the process
of sex chromosome evolution, and these reconstructions
have revealed surprising exceptions to Muller’s theory. We
can look forward to the availability of additional sex chro-
mosome sequences that will enable us to extend our analy-
ses of sex chromosomes. Sequencing efforts for several
mammalian Y chromosomes are under way. These will al -
low us to extend our comparisons of Y chromosomes from
the divergence of human populations, through primate
evolution, to the very base of the mammalian tree. The
sequences of the chicken sex chromosomes will allow us
to extend our evolutionary comparisons even further. The
chicken sex chromosomes have evolved independently of
mammalian sex chromosomes for more than 300 million
years. As a result, the chicken sex chromosomes and the
human sex chromosomes represent the outcome of two
par al lel experiments of nature. Reciprocal comparisons of
the finished sequences of the chicken Z and human X
chromosomes to the orthologous autosomal regions in the
other species will enable us to trace changes that occurred
on the Z and X chromosomes during the course of sex
chromosome evolution. Intraspecific comparisons be -
tween the finished sequences of the Z and W chromo-
somes will reveal whether the course of W evolution has
been parallel to that of the degeneration and elaboration of
the human Y chromosome. The description of ampliconic
sequences on the W chromosome is also likely to be
revealing. There are at least two multicopy gene families
on the W chromosome, but they are ubiquitously ex pres -
sed and their genomic structure is unknown. W amplicons,
if they exist, may show a functional coherence like that of
the human Y, revealing genes that are essential for female
fertility. 

Additional insights on par with those obtained from the
sequence of the human X and Y chromosomes can only
come with additional high-quality finished sequencing
efforts. Ampliconic sequences could not have been
described without the BAC-based “clone-by-clone” meth-
ods used to determine the sequence of the human sex chro-
mosomes. Shotgun sequencing technologies collapse
highly identical repeats into single contigs, obscuring
rather than revealing their structure and organization. This
deficiency of shotgun methods only worsens with shorter
read lengths. Only BAC-based sequencing provides the
positional information needed to disentangle long repeats.
Although these BAC-based sequencing technologies are
slower and more expensive than their whole-genome shot-
gun counterparts, they have resulted in insights that would
have been impossible to obtain in any other way and which
were unanticipated by a century of theory.

ACKNOWLEDGMENTS

We thank H. Skaletsky, J. Hughes, J. Mueller, A.
Larracuente, S. Soh, and K. Romer for comments on the
manuscript. Our work is supported by the National
Institutes of Health and the Howard Hughes Medical
Institute.

REFERENCES

Aitken RJ, Graves JAM. 2002. Human spermatozoa: The future of
sex. Nature 415: 963–964.

Aradhya S, Bardaro T, Galgoczy P, Yamagata T, Esposito T, Patlan
H, Ciccodicola A, Munnich A, Kenwrick S, Platzer M. 2001.
Multiple pathogenic and benign genomic rearrangements
occur at a 35 kb duplication involving the NEMO and LAGE2
genes. Hum Mol Genet 10: 2557–2567.

Bachtrog D. 2008. The temporal dynamics of processes underly-
ing Y chromosome degeneration. Genetics 179: 1513–1525.

Birtle Z, Goodstadt L, Ponting C. 2005. Duplication and positive
selection among hominin-specific PRAME genes. BMC
Genomics 6: 120–138.

Bridges CB. 1914. Direct proof through non-disjunction that the
sex-linked genes of Drosophila are borne by the X-chromo-
some. Science 40: 107–109.

Carver EA, Stubbs L. 1997. Zooming in on the human-mouse
comparative map: Genome conservation re-examined on a
high-resolution scale. Genome Res 7: 1123–1137.

Charlesworth B. 1978. Model for evolution of Y chromosomes
and dosage compensation. Proc Natl Acad Sci 75: 5618–5622.

Charlesworth B. 1994. The effect of background selection against
deleterious mutations on weakly selected, linked variants.
Genet Res 63: 213–227.

Charlesworth B, Morgan MT, Charlesworth D. 1993. The effect of
deleterious mutations on neutral molecular variation. Genetics
134: 1289–1303.

Chen YT, Alpen B, Ono T, Gure AO, Scanlan MA, Biggs WH,
Arden K, Nakayama E, Old LJ. 2003. Identification and char-
acterization of mouse SSX genes: A multigene family on the X
chromosome with restricted cancer/testis expression.
Genomics 82: 628–636.

Chomez P, De Backer O, Bertrand M, De Plaen E, Boon T, Lucas
S. 2001. An overview of the MAGE gene family with the iden-
tification of all human members of the family. Cancer Res 61:
5544–5551.

Chowdhary BP, Raudsepp T, Frönicke L, Scherthan H. 1998.
Emerging patterns of comparative genome organization in
some mammalian species as revealed by Zoo-FISH. Genome
Res 8: 577–589.

Conway S, Mahadevaiah S, Darling S, Capel B, Rattigan A,
Burgoyne P. 1994. Y353/B: A candidate multiple-copy sper -
mio genesis gene on the mouse Y chromosome. Mamm Genome
5: 203–210.

Cooke H, Brown W, Rappold G. 1985. Hypervariable telomeric
sequences from the human sex chromosomes are pseudoauto-
somal. Nature 317: 687–692.

De Backer O, Arden KC, Boretti M, Vantomme V, De Smet C,
Czekay S, Viars CS, De Plaen E, Brasseur F, Chomez P. 1999.
Characterization of the GAGE genes that are expressed in vari-
ous human cancers and in normal testis. Cancer Res 59: 3157–
3165.

Emerson JJ, Kaessmann H, Betran E, Long M. 2004. Extensive
gene traffic on the mammalian X chromosome. Science 303:
537–540.

Felsenstein J. 1974. The evolutionary advantage of recombination.
Genetics 78: 737–756.

Finnegan D, Rubin G, Young M, Hogness D. 1978. Repeated gene
families in Drosophila melanogaster. Cold Spring Harbor
Symp Quant Biol 42: 1053–1063.

Fisher R. 1930. The genetical theory of natural selection. Dover,
New York.

EVOLUTION OF VERTEBRATE SEX CHROMOSOMES 351

 Cold Spring Harbor Laboratory Press on December 2, 2010 - Published by symposium.cshlp.orgDownloaded from 

http://symposium.cshlp.org/
http://www.cshlpress.com


Fisher R. 1935. The sheltering of lethals. Am Nat 69: 446–455.
Foote S, Vollrath D, Hilton A, Page DC. 1992. The human Y chro-

mosome: Overlapping DNA clones spanning the euchromatic
region. Science 258: 60–66.

Ford CE, Jones KW, Polani PE, De Almeida JC, Briggs JH. 1959.
A sex-chromosome anomaly in a case of gonadal dysgenesis
(Turner’s syndrome). Lancet 1: 711–713.

Fridolfsson AK, Cheng H, Copeland NG, Jenkins NA, Liu HC,
Raudsepp T, Woodage T, Chowdhary B, Halverson J, Ellegren
H. 1998. Evolution of the avian sex chromosomes from an
ancestral pair of autosomes. Proc Natl Acad Sci 95: 8147–
8152.

Goodfellow PJ, Darling SM, Thomas NS, Goodfellow PN. 1986.
A pseudoautosomal gene in man. Science 234: 740–743.

Handley LJ, Ceplitis H, Ellegren H. 2004. Evolutionary strata on
the chicken Z chromosome: Implications for sex chromosome
evolution. Genetics 167: 367–376.

Hughes JF, Skaletsky H, Pyntikova T, Minx PJ, Graves T, Rozen S,
Wilson RK, Page DC. 2005. Conservation of Y-linked genes
during human evolution revealed by comparative sequencing in
chimpanzee. Nature 437: 100–103.

Hughes JF, Skaletsky H, Pyntikova T, Graves TA, van Daalen SK,
Minx PJ, Fulton RS, McGrath SD, Locke DP, Friedman C, et al.
2010. Chimpanzee and human Y chromosomes are remarkably
divergent in structure and gene content. Nature 463: 536–539.

Hutchison N. 1987. Lampbrush chromosomes of the chicken,
Gallus domesticus. J Cell Biol 105: 1493–1500.

Jacobs PA, Strong JA. 1959. A case of human intersexuality hav-
ing a possible XXY sex-determining mechanism. Nature 183:
302.

Jegalian K, Page DC. 1998. A proposed path by which genes com-
mon to mammalian X and Y chromosomes evolve to become X
inactivated. Nature 394: 776–780.

Kedes L. 1979. Histone genes and histone messengers. Annu Rev
Biochem 48: 837–870.

Kouprina N, Mullokandov M, Rogozin IB, Collins NK, Solomon
G, Otstot J, Risinger JI, Koonin EV, Barrett JC, Larionov V.
2004. The SPANX gene family of cancer/testis-specific anti-
gens: Rapid evolution and amplification in African great apes
and hominids. Proc Natl Acad Sci 101: 3077–3082.

Kuroda-Kawaguchi T, Skaletsky H, Brown LG, Minx PJ, Cordum
HS, Waterston RH, Wilson RK, Silber S, Oates R, Rozen S, et
al. 2001. The AZFc region of the Y chromosome features mas-
sive palindromes and uniform recurrent deletions in infertile
men. Nat Genet 29: 279–286.

Lahn B, Page D. 1999a. Retroposition of autosomal mRNA
yielded testis-specific gene family on human Y chromosome.
Nat Genet 21: 429–433.

Lahn BT, Page DC. 1999b. Four evolutionary strata on the human
X chromosome. Science 286: 964–967.

Long E, Dawid I. 1980. Repeated genes in eukaryotes. Annu Rev
Biochem 49: 727–764.

Matsubara K, Tarui H, Toriba M, Yamada K, Nishida-Umehara C,
Agata K, Matsuda Y. 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
103: 18190–18195.

Maynard Smith J, Haigh J. 1974. The hitchhiking effect of a favor-
able gene. Genet Res 23: 23–35.

McKusick VA. 1962. On the X chromosome of man. Q Rev Biol
37: 69–175.

Morgan TH. 1911a. An attempt to analyze the constitution of the
chromosomes on the basis of sex-limited inheritance in
Drosophila. J Exp Zool 11: 365–414.

Morgan TH. 1911b. The application of the conception of pure
lines to sex-limited inheritance and to sexual dimorphism. Am
Nat 45: 65–78.

Mueller JL, Mahadevaiah SK, Park PJ, Warburton PE, Page DC,
Turner JM. 2008. The mouse X chromosome is enriched for
multicopy testis genes showing postmeiotic expression. Nat
Genet 40: 794–799.

Muller HJ. 1914. A gene for the fourth chromosome of
Drosophila. J Exp Zool 17: 325–336.

Muller HJ. 1918. Genetic variability, twin hybrids and constant
hybrids, in a case of balanced lethal factors. Genetics 3: 422–
499.

Muller HJ. 1932. Further studies on the nature and causes of gene
mutations. In Proceedings of the 6th International Congress of
Genetics, pp. 213–255.

Muller HJ. 1964. The relation of recombination to mutational
advance. Mutat Res 106: 2–9.

Nanda I, Schlegelmilch K, Haaf T, Schartl M, Schmid M. 2008.
Synteny conservation of the Z chromosome in 14 avian species
(11 families) supports a role for Z dosage in avian sex determi-
nation. Cytogenet Genome Res 122: 150–156.

Nur U. 1974. The expected changes in the frequency of alleles
affecting the sex ratio. Theor Popul Biol 5: 143–147.

O’Brien SJ, Womack JE, Lyons LA, Moore KJ, Jenkins NA,
Copeland NG. 1993. Anchored reference loci for comparative
genome mapping in mammals. Nat Genet 3: 103–112.

Ohno S. 1967. Sex chromosomes and sex-linked genes. Springer-
Verlag, New York.

Palmer S, Perry J, Ashworth A. 1995. A contravention of Ohno’s
law in mice. Nat Genet 10: 472–476.

Rasmussen SW, Holm PB. 1978. Human meiosis. II.
Chromosome pairing and recombination nodules in human
spermatocytes. Carlsberg Res Commun 43: 275–327.

Repping S, Skaletsky H, Lange J, Silber S, Van Der Veen F, Oates
RD, Page DC, Rozen S. 2002. Recombination between palin-
dromes P5 and P1 on the human Y chromosome causes mas-
sive deletions and spermatogenic failure. Am J Hum Genet 71:
906–922.

Repping S, Skaletsky H, Brown L, van Daalen SK, Korver CM,
Pyntikova T, Kuroda-Kawaguchi T, de Vries JW, Oates RD,
Silber S, et al. 2003. Polymorphism for a 1.6-Mb deletion of the
human Y chromosome persists through balance between recur-
rent mutation and haploid selection. Nat Genet 35: 247–251.

Repping S, van Daalen SK, Brown LG, Korver CM, Lange J,
Marszalek JD, Pyntikova T, van der Veen F, Skaletsky H, Page
DC, et al. 2006. High mutation rates have driven extensive
structural polymorphism among human Y chromosomes. Nat
Genet 38: 463–467.

Rice WR. 1984. Sex chromosomes and the evolution of sexual
dimorphism. Evolution 38: 735–742.

Rice WR. 1987. Genetic hitchhiking and the evolution of reduced
genetic activity of the Y sex chromosome. Genetics 116: 161–
167.

Ross MT, Grafham DV, Coffey AJ, Scherer S, McLay K, Muzny
D, Platzer M, Howell GR, Burrows C, Bird CP, et al. 2005. The
DNA sequence of the human X chromosome. Nature 434:
325–337.

Rozen S, Skaletsky H, Marszalek JD, Minx PJ, Cordum HS,
Waterston RH, Wilson RK, Page DC. 2003. Abundant gene
conversion between arms of palindromes in human and ape Y
chromosomes. Nature 423: 873–876.

Rozen S, Marszalek JD, Alagappan RK, Skaletsky H, Page DC.
2009. Remarkably little variation in proteins encoded by the Y
chromosome’s single-copy genes, implying effective purifying
selection. Am J Hum Genet 85: 923–928.

Rutkowska J, Badyaev A. 2008. Meiotic drive and sex determina-
tion: Molecular and cytological mechanisms of sex ratio adjust-
ment in birds. Philos Trans R Soc Lond B Biol Sci 363: 1675–
1686.

Saxena R, Brown LG, Hawkins T, Alagappan RK, Skaletsky H,
Reeve MP, Reijo R, Rozen S, Dinulos MB, Disteche CM, et al.
1996. The DAZ gene cluster on the human Y chromosome arose
from an autosomal gene that was transposed, repeatedly ampli-
fied and pruned. Nat Genet 14: 292–299.

Silver LM. 1993. The peculiar journey of a selfish chromosome:
Mouse t haplotypes and meiotic drive. Trends Genet 9: 250–
254.

Simmler M, Rouyer F, Vergnaud G, Nyström-Lahti M, Ngo K, de
La Chapelle A, Weissenbach J. 1985. Pseudoautosomal DNA
sequences in the pairing region of the human sex chromo-
somes. Nature 317: 692–697.

Skaletsky H, Kuroda-Kawaguchi T, Minx PJ, Cordum HS, Hillier

352 BELLOTT AND PAGE

 Cold Spring Harbor Laboratory Press on December 2, 2010 - Published by symposium.cshlp.orgDownloaded from 

http://symposium.cshlp.org/
http://www.cshlpress.com


L, Brown LG, Repping S, Pyntikova T, Ali J, Bieri T, et al. 2003.
The male-specific region of the human Y chromosome is a
mosaic of discrete sequence classes. Nature 423: 825–837.

Solari AJ. 1977. Ultrastructure of the synaptic autosomes and the
ZW bivalent in chicken oocytes. Chromosoma 64: 155–165.

Solari AJ, Tres LL. 1970. The three-dimensional reconstruction of
the XY chromosomal pair in human spermatocytes. J Cell Biol
45: 43–53.

Stern C. 1957. The problem of complete Y-linkage in man. Am J
Hum Genet 9: 147–166.

Sturtevant AH. 1913. The linear arrangement of six sex-linked
factors in Drosophila, as shown by their mode of association. J
Exp Zool 14: 43–59.

Vollrath D, Foote S, Hilton A, Brown LG, Beer-Romero P, Bogan
JS, Page DC. 1992. The human Y chromosome: A 43-interval

map based on naturally occurring deletions. Science 258: 52–
59.

Warburton PE, Giordano J, Cheung F, Gelfand Y, Benson G. 2004.
Inverted repeat structure of the human genome: The X-chro-
mosome contains a preponderance of large, highly homologous
inverted repeats that contain testes genes. Genome Res 14:
1861–1869.

Welshons WJ, Russell LB. 1959. The Y-chromosome as the bearer
of male determining factors in the mouse. Proc Natl Acad Sci
45: 560–566.

Wilcox SA, Watson JM, Spencer JA, Graves JAM. 1996. Com -
parative mapping identifies the fusion point of an ancient mam-
malian X-autosomal rearrangement. Genomics 35: 66–70.

Wilson EB. 1911. The sex chromosomes. Arch Mikrosk Anat 77:
249–271.

EVOLUTION OF VERTEBRATE SEX CHROMOSOMES 353

 Cold Spring Harbor Laboratory Press on December 2, 2010 - Published by symposium.cshlp.orgDownloaded from 

http://symposium.cshlp.org/
http://www.cshlpress.com



