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Abstract
There is growing appreciation that the human genome contains sig-
nificant numbers of structural rearrangements, such as insertions,
deletions, inversions, and large tandem repeats. Recent studies have
defined approximately 5% of the human genome as structurally vari-
ant in the normal population, involving more than 800 independent
genes. We present a detailed review of the various structural rear-
rangements identified to date in humans, with particular reference to
their influence on human phenotypic variation. Our current knowl-
edge of the extent of human structural variation shows that the hu-
man genome is a highly dynamic structure that shows significant
large-scale variation from the currently published genome reference
sequence.
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BACKGROUND
Since the first identification of large-scale ge-
netic variation, the Bar duplication as visu-
alized in Drosophila polytene chromosomes
(22), there have been tremendous advances
in the detection and understanding of ge-
netic variation. Conventional cytogenetics,
utilizing light microscopy coupled with high-
resolution chromosome banding techniques
(122), can be regarded as the earliest form of
whole-genome polymorphism screening, and
quickly led to the identification of a number
of visible chromosomal variations, or “het-
eromorphisms,” in humans (61). Since then,
molecular techniques, in particular the advent
of high-throughput sequencing technologies,
have revolutionized our understanding of the
spectrum of variation in the human genome,
from single base pair changes at one ex-
treme, to multimegabase cytogenetic alter-
ations at the other (Table 1). However, de-
spite these advances, an intermediate level of
human variation, one with resolution below
that of the light microscope, but above that
of most sequencing-based methodologies, has
until very recently gone unnoticed. This re-
view focuses on the rapidly emerging field of
human structural variation, specifically sub-
microscopic rearrangements between 500 bp
and 5 Mb in size. We discuss the current scope
and limitations of our knowledge, including
the types, causes, and consequences of hu-
man structural polymorphism, and likely di-
rections of future research.

SEGMENTAL DUPLICATIONS
AND STRUCTURAL
REARRANGEMENT
Central to an understanding of structural vari-
ation is the segmental duplication architec-
ture of the human genome. Segmental du-
plications (also termed low copy repeats) are
blocks of DNA ranging from 1–400 kb in
length that occur at multiple sites within
the genome and typically share a high level
(>90%) of sequence identity (40). Both in

situ hybridization and in silico analyses show
that ∼5% of the human genome is com-
posed of duplicated sequences (10, 29, 30,
126), which can be broadly classified based
on their chromosomal distribution. Although
some blocks of sequence may be duplicated
to multiple locations within a single chro-
mosome (termed intrachromosomal duplica-
tion), others are located on nonhomologous
chromosomes (inter- or transchromosomal
duplication). One notable feature of segmen-
tal duplications is their tendency to cluster
within pericentromeric and, to a lesser ex-
tent, subtelomeric regions (78, 126). Impor-
tantly, unlike tandem duplications, they are
often interspersed throughout the genome,
although the molecular mechanism responsi-
ble for this interspersed architecture is poorly
understood.

The interspersed nature and high se-
quence homology of segmental duplications
has major implications for human disease,
evolution, and, most notably for this review,
structural variation, as they provide a sub-
strate for structural rearrangements via non-
allelic homologous recombination (NAHR)
(Figure 1). Many studies have noted a sig-
nificant association between the location of
segmental duplications and regions of chro-
mosomal rearrangement (6, 12, 57, 63, 87,
115, 123, 124, 136), and segmental dupli-
cations have been implicated as the prob-
able basis of more than 25 recurrent ge-
nomic disorders (58). Molecular studies show
that the presence of large, highly homolo-
gous flanking repeats predisposes chromo-
somal regions to rearrangement by NAHR,
resulting in the deletion, duplication, or in-
version of the intervening sequence. Unequal
crossovers between directly oriented repeats
on homologous chromosomes can produce
reciprocal duplication and deletion products
(26), whereas mispairing between inverted re-
peats results in inversion of intervening se-
quences (130) (Figure 1). Thus, it is likely
that many structural variations are not ran-
dom events, but result from a predisposi-
tion to rearrangement due to the duplication
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Table 1 The spectrum of variation in the human genome

Variation Rearrangement type Size rangea References
Single base-pair changes Single nucleotide polymorphisms, point

mutations
1 bp (3)

Small insertions/deletions Binary insertion/deletion events of short
sequences (majority <10 bp in size)

1–50 bp (18, 143)

Short tandem repeats Microsatellites and other simple repeats 1–500 bp (39)
Fine-scale structural variation Deletions, duplications, tandem repeats,

inversions
50 bp to 5 kb (34, 54, 87)

Retroelement insertions SINEs, LINEs, LTRs, ERVsb 300 bp to 10 kb (17)
Intermediate-scale structural
variation

Deletions, duplications, tandem repeats,
inversions

5 kb to 50 kb (34, 54, 87, 136)

Large-scale structural variation Deletions, duplications, large tandem repeats,
inversions

50 kb to 5 Mb (34, 35, 54, 57, 87,
123, 124, 136)

Chromosomal variation Euchromatic variants, large cytogenetically
visible deletions, duplications, translocations,
inversions, and aneuploidy

∼5 Mb to entire
chromosomes

(61, 62)

aSize ranges quoted are indicative only of the scale of each type of rearrangement, and are not definitive.
bSINE, short interspersed element; LINE, long interspersed element; LTR, long terminal repeat; ERV, endogenous repeat virus.

architecture of the genome, which acts as a
catalyst for chromosomal instability. Indeed,
detailed analyses of many sites of structural
variation often show an intimate association
between the location of segmental duplica-
tions and sites of polymorphic rearrangement
(124, 136; A. Sharp & E. Eichler, unpublished
data), suggesting that segmental duplications
frequently mediate polymorphic rearrange-
ment of intervening sequences via NAHR,
and in addition they are often variable in copy
number (48, 124).

TYPES OF STRUCTURAL
VARIATION IN THE HUMAN
GENOME

Insertions and Deletions

Insertion and deletion events represent the
most frequent type of structural variation in
the human genome (136), and also the best
characterized (Figure 2). Some of the ear-
liest mapped human genetic traits, such as
color blindness and the Rhesus factor, were
shown to result from this type of rearrange-
ment more than 50 years after their initial

discovery (36, 141). According to the Human
Genome Mutation database, 5% of all mu-
tations associated with simple Mendelian ge-
netic diseases are currently attributed to sub-
microscopic insertion or deletions (7). Inser-
tion/deletion polymorphisms of several genes
with functions in metabolism influence a va-
riety of common phenotypes. A number of
drug detoxification enzymes show this type
of polymorphism, with some being homozy-
gously deleted in as many as 30% of individu-
als of certain ethnicity. Copy number changes
of cytochrome P450 drug-metabolizing en-
zymes, such as CYP2D6, are associated with
variability in metabolism of tricyclic antide-
pressants and antipsychotic drugs (24), and
are also risk factors for laryngyal and lung can-
cers (1), whereas homozygous deletions of the
glutathione S-transferase genes (GSTT1 and
GSTM1) are associated with altered risk for a
variety of cancers (49, 97).

As insertions/deletions essentially repre-
sent the gain or loss of genetic material, a va-
riety of different techniques have been devel-
oped to screen for these events based on the
associated change in DNA copy number. To
date, eight independent genome-wide studies
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Figure 1
Interspersed segmental duplications provide a substrate for genomic rearrangement via nonallelic
homologous recombination (NAHR). (a and b) Interchromosomal, intrachromosomal, or intrachromatid
NAHR between directly orientated repeats causes deletion and/or duplication of the intervening
sequence. (c and d ) Interchromosomal, intrachromosomal, or intrachromatid NAHR between inverted
repeats causes inversion of the intervening sequence. Repeat sequences are depicted as blue boxes, with
their orientation indicated by yellow arrows, and recombination is shown by red crosses. Adapted in part
from References 40 and 63.

of insertions and/or deletions have been re-
ported; five using a variety of array-based
experimental approaches, and three others
using computational methods. One of the
earliest studies was reported by Sebat et al.
(123), who utilized high-density represen-
tational oligonucleotide microarray analysis
(ROMA) to identify 76 genomic regions sub-
ject to copy number polymorphism, with an
average resolution of ∼100 kb. In the same
year, Iafrate et al. (57) reported the use of

Bacterial Artificial Chromosome (BAC) ar-
rays consisting of large-insert clones spaced
at ∼1 Mb intervals throughout the genome
to identify 255 loci that showed variations in
copy number. Similar BAC-based array stud-
ies, either targeted to regions rich in segmen-
tal duplications (124) or using whole-genome
tiling arrays (35), have now resulted in a rela-
tively comprehensive first-generation map of
large-scale (>50 kb) copy number variation
in the human genome, totaling nearly 400
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Figure 2
Visualization of insertion and deletion events in the human genome. Miropeats (99) comparison of the
sequences of (a) fosmid WIBR2–647I01 showing a 12-kb insertion, and (b) fosmid WIBR2–1263I16
showing a 14-kb deletion (16), with the corresponding regions of hg17 of the human genome reference
assembly (chr15:64,167,000–64,192,000 and chr19:56,805,000–56,857,000, respectively). Lines connect
regions of identity both within and between the human genome assembly (top) and the fosmid sequence
(bottom), allowing the structure to be visualized. (a) BLAT analysis shows that the 12-kb region inserted
in fosmid WIBR2–647I01 is a novel sequence not represented in the human genome reference assembly,
and would thus be undetectable by techniques other than paired-end sequence mapping. (b) Note the
presence of homologous sequences (comprising a 300-bp GT-rich repeat and a 400-bp duplicated
sequence) precisely flanking the deletion region, consistent with the hypothesis that the duplication
architecture of the human genome predisposes to structural rearrangement by nonallelic homologous
recombination.

independent sites covering ∼100 Mb of ge-
nomic sequence. (Follow the Supplemental
Material link from the Annual Reviews home
page at http://www.annualreviews.org to
see Supplemental Table 1.)

Alternative approaches have now ex-
panded the scope of copy number variation in
the genome, providing resolution well below
that afforded by BAC arrays. Computational
strategies based on the mapping of fosmid
paired-end sequences (136) can detect inser-
tions and deletions down to ∼5 kb in size,
whereas the use of high-density SNP data,

based on clusters of genotyping errors and
non-Mendelian transmissions as a signature of
deletion events (34, 87), can detect deletions
as small as a few hundred base pairs. One fur-
ther study using ultra-high-density oligonu-
cleotide arrays detected deletion events as
small as 70 bp (54). These data suggest that
the number of insertion/deletion events in
the human genome increases exponentially
with decreasing size, a conclusion supported
by a study of small events <50 bp (18, 143).
Importantly, consistent with a long-standing
theory that deleting genetic material is often
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selectively disadvantageous (101), several ob-
servations suggest that many deletions are
subject to negative selection. Both genic re-
gions and the X chromosome, which exists
in a haploid state in males, contain an under-
representation of deletions (34). In addition,
there is an apparent excess of rare deletions in
comparison to SNPs (54), consistent with the
greater action of purifying selection on dele-
tions. Comparable data for insertions, how-
ever, are currently lacking.

Tandem Repeats
A number of sites of human structural varia-
tion are composed of variable numbers of se-
rially repeated cassettes, some of which may
have repeat units several hundred kilobases
in size (Figure 3). Although many such re-
peats are not transcriptionally active, a grow-
ing list of genes that show wide variation in
copy number, such as AMY1A, GSTM1, and
the α- and β-defensins, reside in this type
of tandemly repeated array. The underlying

Figure 3
Visualization of tandem repeat structures in the human genome. (a) Fiber fluorescent in situ hybridization
(FISH) demonstrates variable numbers of tandem repeats of the AMY1A gene on chromosome 1.
High-resolution fiber FISH was performed on stretched DNA fibers using the BAC RP11–259N12
co-hybridized with a 5′ amylase gene probe (green) and a 3′ amylase gene probe (red ), revealing variable
numbers of AMY1A tandem gene copies. Six, nine, and twelve gene signals were observed on different
chromosomes. Note that the orientation of some gene copies appears inverted within the tandem array
(arrowed), suggesting complexity induced by multiple rearrangements. The approximate length of the
polymorphic region was estimated to vary from 150 kb to 425 kb in these three individuals (adapted from
Reference 57). Reproduced with permission from Nature Publishing Group. (b) Miropeats (99)
comparison of the sequence of fosmid WIBR2–1701E24 (16) with the corresponding region of hg17 of
the human genome reference assembly (chr10:124,327,000–124,377,000). Lines connect regions of
identity both within and between the human genome assembly (top) and the fosmid sequence (bottom),
allowing the repeat structure to be visualized. This region contains a tandem motif with a repeat size of
∼4 kb, which shows variation in copy number from ∼8 to ∼12 between the two individuals sequenced.
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repetitive architecture of these regions likely
acts as a substrate for NAHR events, which
presumably mediates the expansion and con-
traction of these repeat arrays.

Cluster analysis of the human genome ref-
erence assembly shows that 183 genes con-
tained within the RefSeq database (http://
www.ncbi.nlm.nih.gov/RefSeq/) have one
or more identical copies within a proximity
of <1 Mb (mean separation of copies 171 kb),
with many arranged either in direct tandem
orientations (e.g., AMY1A) or contained in
larger repeated cassettes (e.g., α- and β-
defensins) (A. Sharp & Z. Cheng, unpublished
data). Of these 183 genes, 85 (46%) have
already been identified as sites of structural
polymorphism, some of which contribute to
human phenotypic variation. This represents
a ∼10-fold enrichment (χ2 > 400, p < 10−40)
when compared with the ∼1300 genes that
map to sites of structural variation genome
wide, or ∼5% of the total human complement
of 24,652 genes. (Follow the Supplemental
Material link from the Annual Reviews home
page at http://www.annualreviews.org to
see Supplemental Table 2.) This strongly
indicates that genomic regions with a repet-
itive architecture are highly prone to rear-
rangement, a predisposition that makes this
particular class of structural variants excellent
candidates for sites of recurrent rearrange-
ment. Consistent with this notion, many such
loci show multiple different alleles within the
population, and evidence from microsatellite
analysis of the β-defensin cluster suggests that
different copies of the repeat unit may have
undergone independent expansion, indicating
recurrent rearrangement.

The wide variation in copy number seen
at many repetitive arrays makes the develop-
ment of accurate genotyping assays for these
sites technically difficult. Furthermore, the
multiple alleles seen at sites of tandem array
can result in apparently complex transmission
patterns within pedigrees, which, until allele-
specific investigations are performed, may ap-
pear non-Mendelian (56).

Inversions
Unlike other types of structural variation, in-
versions are generally presumed to be bal-
anced rearrangements that represent a change
in the order or orientation of a DNA seg-
ment, and are not thought to be associated
with either the gain or loss of genetic ma-
terial (Figure 4). This fact, combined with
the increasing use of array-based technolo-
gies, which can only detect changes in DNA
copy number, has meant that this type of
structural variation has remained relatively
poorly studied. Prior to 2005, only a hand-
ful of polymorphic submicroscopic inversions
had been identified in humans (20, 50, 51, 52,
94, 130). The completion of a high-quality
human genome assembly paved the way for
the development of computational, sequence-
based methodologies that can detect fine-scale
genomic variation, including balanced re-
arrangements such as inversions.

Two such studies were recently published.
Tuzun et al. (136) compared paired-end se-
quence data from a high-density fosmid li-
brary against the human reference assembly
to identify structural variations between these
two genomes. In addition to identifying nu-
merous insertion/deletion events, this analy-
sis also identified 56 polymorphic inversions,
ranging in size from ∼5 kb to 1.9 Mb. Impor-
tantly, three quarters of these inversion break-
points mapped to sites of segmental duplica-
tion, suggesting that most inversions within
the human genome might be mediated by
the presence of flanking repeat structures.
Note that many of the inversions identified
by Tuzun et al. (92, 136) were accompanied
by the gain or loss of material either at, or
close to, the breakpoints, demonstrating for
the first time that inversions are often not bal-
anced events.

Feuk et al. (47) utilized a different com-
parative genomics approach. Taking advan-
tage of the draft sequence of the chimpanzee,
they performed a cross-species comparison to
identify regions of inversion between the hu-
man and chimpanzee genomes. Although not
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Figure 4
Fluorescent in situ hybridization (FISH) confirmation of a heterozygous 1-Mb inversion. Mapping
fosmid paired-end sequences against the human genome reference assembly identified a putative
inversion at 16p11.2 (136). Fosmid FISH probes either flanking ( green) or spanning (red ) one inversion
breakpoint were used. As the inversion is below the resolution of conventional cytogenetics, in metaphase
nuclei signals from the two probes are not resolvable. However, in interphase nuclei the inversion results
in the splitting of the breakpoint-spanning probe (red ), seen as dual signals on one allele.

primarily designed to isolate inversions that
were polymorphic in the human lineage, 3 of
the 23 sites that were verified experimentally
fell into this category, with minor allele fre-
quencies ranging from 5–48%. By extrapola-
tion, this suggests that of the 1576 putative
human-chimpanzee cross-species inversions
detected, 100–200 might also show similar
polymorphism in humans, although there are
several caveats to this estimate. As observed
by Tuzun et al., ∼75% of the larger (>25 kb)
inversions identified by Feuk et al. were
flanked on one or both sides by segmental
duplications. Although this included several
with pairs of flanking inverted duplications, in
other cases the duplications were apparently
unrelated.

A significant excess of the interspecific in-
versions identified by Feuk et al. mapped to

the X chromosome. As previous studies have
shown the human X to be highly enriched for
large inverted repeat structures, which could
theoretically catalyze inversion events (142), it
is tempting to speculate a mechanistic link be-
tween these two observations. Alternatively,
two other hypotheses may be put forward to
account for this apparent X chromosome bias.

The first is that during male meiosis,
pairing between the X and Y is limited
to the pseudoautosomal regions. This lack
of pairing leads to an elevated rate of X
chromosome inversions events specifically in
the male germline, such as those seen at
the Hemophilia A (113) and Incontinentia
Pigmenti loci (5).

The second is that the apparent excess of
X-linked inversions may simply be an arti-
fact resulting from a lower quality assembly of
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the chimpanzee X chromosome. As the indi-
vidual sequenced for the chimpanzee genome
project was male, with only a single X and
Y, this resulted in an ∼50% reduction in the
number of random shotgun sequences gen-
erated to assemble the X compared with the
autosomes (31). Because the method used by
Feuk et al. depends on a high-quality genome
for accurate identification of rearrangements,
this reduced read depth and corresponding
drop in accuracy of the assembly on the sex
chromosomes may explain the apparent X
chromosome bias.

However, both of these latter hypotheses
also predict a concomitant elevation in the
rate of inversion on the Y chromosome, which
was not observed by Feuk et al. Furthermore,
20% of the inversions detected by Tuzun et al.
using the high-quality human genome assem-
bly also localized to the X chromosome. Con-
sidering that the X represents only 5.3% of the
total sequence analyzed, this corresponds to
a ∼fourfold enrichment (p = 0.04), indicating
that the apparent elevated rate of inversion on
the human X chromosome may indeed result
from its unique higher-order architecture.

Note that both of these strategies used by
Tuzun et al. and Feuk et al. rely on the human
genome assembly, which represents a com-
posite haploid sequence of each chromosome.
Without high-quality data from other indi-
vidual genomes, their power to detect poly-
morphisms is severely limited by the minimal
sample size. Given the difficulty of ascertain-
ing submicroscopic inversions, it is likely that
the prevalence of these rearrangements is cur-
rently underestimated, and that many other
undiscovered inversion polymorphisms exist
within the human genome.

Perhaps the most notable inversion poly-
morphism found to date is that reported by
Stefansson et al. (131). While generating a
detailed physical map of 17q21.31, a region
shown by prior studies to have strong linkage
disequilibrium (LD) with two highly diver-
gent haplotypes in Europeans, they identified
a 900-kb inversion polymorphism. Further
analysis showed that chromosomes with these

two haplotypes, designated H1 and H2, corre-
lated perfectly with the alternate orientations
of this inversion and had diverged ∼3 million
years ago (mya). As inversions are known to
suppress local recombination, this rearrange-
ment explains the divergent haplotype struc-
ture at this locus, and also suggests a possible
strategy for the genome-wide identification
of further inversions in the human lineage.
Intriguingly, Stefansson et al. also observed
that the haplotype structure of this inversion
indicated it has undergone positive selection
since its occurrence. Detailed studies showed
a small but significant increase in fertility in
female carriers of the inversion, explaining
how its frequency increased rapidly in Eu-
ropeans, despite emerging only relatively re-
cently. The exact mechanism by which this
inversion causes elevated fertility is unclear,
but it may result from the significantly higher
genome-wide recombination rate that was ob-
served in these individuals, leading to reduced
rates of nondisjunction, an effect that has
been noted for some inversions in Drosophila
(120).

Although inversions can potentially affect
gene expression, either by disrupting coding
regions that span the breakpoints or by po-
sition effects acting on genes adjacent to the
breakpoints (69), most inversions are not as-
sociated with alterations in gene copy number
and thus may not cause an obvious phenotypic
effect. However, there is a growing recog-
nition that several polymorphic inversions
confer a predisposition to further chromoso-
mal rearrangement in subsequent generations
(Table 2). To date, three genomic disorders,
each of which is characterized by the deletion
of a large genomic segment flanked by highly
homologous segmental duplications, appar-
ently occur at increased frequencies when the
transmitting parent carries an inversion of the
segment that is deleted in the affected off-
spring. In a study of Angelman syndrome,
Gimelli et al. (52) observed that a heterozy-
gous inversion of 15q11-q13 was present in
four of six (67%) mothers of patients carrying
a type II 15q11-q13 microdeletion of maternal
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Table 2 Summary of polymorphic inversions that predispose to further rearrangements

Locus
Cytogenetic

location
Population
frequency

Size of inversion
region Associated predisposition Ref.

OR genes 4p16 12% ∼6 Mb t(4;8)(p16;p23) translocation (51)
Sotos syndrome
critical region

5q35 Unknown 2.2 Mb Deletion of SoS critical region (140)

Williams-Beuren
syndrome critical
region

7q11.23 Unknown 1.6 Mb Deletion of WBS critical region
(and atypical WBS
phenotype?)

(94)

OR genes 8p23 26% 4.7 Mb inv dup(8p), +der(8)(pter-
p23.1::p23.2-pter) and
del(8)(p23.1;p23.2)

(50)

Angelman syndrome
critical region

15q11-q13 9% ∼4.5 Mb Deletion of AS critical region (52)

Proximal Yp Yp11.2 33% ∼4 Mb PRKX/PRKY translocation (sex
reversal)

(64)

origin, compared with 9% in the normal pop-
ulation. Similarly, a heterozygous inversion of
the 1.6-Mb Williams-Beuren syndrome criti-
cal region at 7q11.23 is observed in one third
of parents who transmit a deletion of this
same region to their offspring, a frequency
much higher than that in the normal popu-
lation (94). In Sotos syndrome, which is often
caused by microdeletion of a 2.2-Mb region
at 5q35, a heterozygous inversion of the crit-
ical region was detected in all fathers of the
children carrying a paternally derived dele-
tion (140). In each case, inversion of the region
between the flanking duplications is thought
to result in abnormal meiotic pairing, lead-
ing to an increased susceptibility to unequal
NAHR. Thus, although these inversions have
so far only been associated with an increased
susceptibility to deletions at these loci, theo-
retically they may also confer a propensity to
the reciprocal duplication, a hypothesis that
has not yet been investigated.

Three further examples of inversions that
increase susceptibility to subsequent large-
scale chromosomal rearrangement have also
been identified. Clusters of olfactory recep-
tor genes at 4p16 and 8p23 are both sites of
large common inversions that occur in the
heterozygous state at significantly higher fre-
quencies in the transmitting parents of in-

dividuals with the recurrent t(4;8)(p16;p23)
translocation (51), and inverted duplications,
marker chromosomes, and deletions of 8p23
(50), respectively. A ∼4-Mb inversion in
Yp11.2, present on approximately one third of
normal Y chromosomes, is observed in nearly
all cases of sex reversal with translocation be-
tween the X/Y homologous genes PRKX and
PRKY (64). In all of these cases, the inver-
sions presumably predispose to secondary re-
arrangement by switching the orientation of
large, highly identical stretches of sequence
on one chromosome homolog, thus allowing
their subsequent alignment during synapsis
and hence facilitating illegitimate recombi-
nation. Furthermore, consistent with the ob-
servations of Tuzun et al. and Feuk et al.,
the breakpoints of all of these inversions have
been localized to pairs of large inverted seg-
mental duplications that apparently mediate
these rearrangements. We predict that tar-
geted studies of genomic regions flanked by
similar paired inverted repeats will likely re-
veal many more such rearrangements.

In addition to acting as susceptibility fac-
tors for further genomic rearrangement, it has
long been recognized that heterozygosity for
an inversion can also act as an apparent sup-
pressor of local recombination. Progeny anal-
ysis of inversion heterozygotes often shows
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reduced map lengths near or spanning an
inverted region (133). However, in many cases
this phenomenon is thought to arise primarily
from a failure to recover many lethal recom-
binant chromosomes, rather than a direct re-
duction in recombination frequency per se.
Meiotic exchange within the inverted region
in a heterozygote frequently results in dele-
terious aberrations, such as di- or acentric
chromosomes in the case of paracentric in-
versions, or deletions and duplications in the
case of pericentric inversions; there are many
examples in the literature of such structural
chromosome abnormalities in the offspring of
inversion carriers. However, detailed studies
in mouse show that inversion heterozygosity
can alter both the frequency and position of
meiotic exchange, resulting in small, but sig-
nificantly increased, rates of nondisjunction
(70).

Euchromatic Variants
During the past 20 years, numerous families
have been described in which unbalanced
chromosome abnormalities segregate, seem-
ingly without phenotypic effect (15) (sum-
marized at http://www.som.soton.ac.uk/re
search/geneticsdiv/anomaly%20register/).
Although the vast majority of these observa-
tions are confined to single families, and thus
cannot be considered polymorphic, a number
of such cytogenetically visible aberrations do
occur at appreciable frequencies and have
collectively been termed euchromatic variants
(EVs). In each case, molecular investigations
have revealed the underlying molecular basis
of these events. All of these EVs appear to
represent extreme expansions of duplicated
DNA segments that are highly polymorphic
in copy number in the normal population,
and can therefore be regarded as part of the
continuum of copy number variation in the
human genome. Thus, although these EVs
are cytogenetically visible events outside the
scope of this review, they warrant special
mention in the larger context of structural
variation.

8p23.1v. A number of studies have shown
that this variation represents expansion of a
∼240-kb cassette in the β-defensin gene clus-
ter. Whereas cytogenetically normal individ-
uals possess 2–12 copies per diploid genome,
chromosomes with 7 or 8 copies of this repeat
unit are cytogenetically visible as carriers of
this EV (56). This locus is discussed in more
detail below.

9p12v/9q12v/9qhv. Approximately 6–8% of
individuals in the general population carry en-
larged chromosome 9 pericentric heterochro-
matin (82). Euchromatic variations are rarer,
and have been shown by fluorescent in situ hy-
bridization (FISH) to represent the exchange
of homologous material between proximal 9p
and 9q (96). Indeed, the pericentromeric re-
gion of chromosome 9 is notable in the human
genome, in that it is composed almost solely
of large and highly homologous (>99% iden-
tity) intrachromosomal duplications (126).
Recent array comparative genomic hybridiza-
tion (CGH) studies using BAC probes cover-
ing these pericentromeric duplications reveal
frequent copy number variation in this region
(124), suggesting that these duplications are
highly dynamic in nature, and that the mi-
croscopically visible 9p and 9q EVs proba-
bly represent extremes of this distribution of
variation.

15q11.2v. The presence of extra euchro-
matic material in proximal 15q results from
amplification of a large duplication cas-
sette containing paralogous pseudogenes of
GABRA5, NF1, and the IGVH gene. Although
most individuals carry between 1 and 4 copies
of this duplication, chromosomes with a cy-
togenetic elongation at 15q are composed of
∼20 tandemly repeated copies (112).

16p11.2v. Similar to the 15q11.2v, this
EV also represents the amplification of
a cassette containing paralogous pseudo-
genes, including the creatinine transporter
SLC6A8, myosin heavy-chain gene, and the
immunoglobulin heavy-chain gene IGH.
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FISH estimates suggest that normal chromo-
somes possess 2 copies of this cassette, which
expands to ∼12 copies on EV chromosomes
(14).

An over-riding theme of these EVs is that
each is composed of multicopy sequences
that have undergone duplicative transposi-
tion from other genomic locations during re-
cent evolutionary history. There is a distinct
bias for EVs to occur in pericentromeric re-
gions, which are known sites for the preferen-
tial integration of segmental duplications (10).
Given that the sequences underlying each EV
are highly polymorphic at the submicroscopic
level (124), this suggests that many recently
duplicated pericentromeric sequences may be
liable to similar amplification, providing a
paradigm for the discovery of novel structural
variation. A similar phenomenon is observed
at many human subtelomeres, which harbor
clusters of olfactory receptor genes that are
highly polymorphic in copy number (135).
Thus, it is likely that regions that have un-
dergone recent segmental duplication repre-
sent a rich source of structural variation in our
genome.

Transchromosomal Structural
Variation
To date, only a handful of transchromoso-
mal structural polymorphisms have been re-
ported, but, this likely reflects an ascertain-
ment bias. Nearly all current genome-wide
screening technologies used to identify struc-
tural variation are unable to discern the chro-
mosomal location of an insertion unless tar-
geted follow-up studies using techniques such
as FISH are performed; in the absence of
such data it is presumed that many of these
events are local. The presence of large num-
bers of fixed interchromosomal segmental du-
plications in the human genome (10) attests
to the fact that such rearrangements have
occurred on numerous occasions during re-
cent primate evolution. Until a duplicative
transposition event becomes fixed in the hu-
man lineage, any segmental duplication is,

by definition, a structural variant. As there
is much evidence to suggest that the pro-
cess of duplicative transposition is ongoing
within humans, the frequency of transchro-
mosomal structural polymorphism, although
much lower than that seen intrachromosoma-
lly, is likely still significant (Figure 5).

Although computational sequence-based
detection approaches, such as the paired-end
mapping strategy described by Tuzun et al.
(136), could theoretically detect interchromo-
somal structural variation, these events were
specifically filtered from the published data
set as a means of reducing the false pos-
itive rate. However, careful analysis of the
finished sequence of several human chromo-
somes has revealed a number of transchromo-
somal polymorphisms. For instance, a poly-
morphic segment containing the DUSP22
gene is transposed from 16p11.2 to 6p25
(86). The olfactory receptor (OR) genes are
the most striking examples of transchromo-
somal polymorphism. Nearly half of all hu-
man subtelomeres contain one or more OR
gene copies, and their distribution and copy
number show wide variation both within and
between ethnic groups (135). Similarly, mem-
bers of the zinc-finger and immunoglobu-
lin heavy-chain gene families are also located
within multiple human subtelomeres and, like
the OR genes, show marked variation in their
copy number and distribution (111).

A number of studies have demonstrated
that translocation, particularly material from
the short arms of the acrocentric chro-
mosomes, is a common occurrence within
the human population. Approximately 12%
of individuals have appreciable amounts of
15p pericentromeric satellite III DNA se-
quences translocated onto the short arm
of another acrocentric chromosome, usu-
ally chromosome 14 (132), suggesting that
these sequences are particularly prone to in-
terchromosomal rearrangement. Such events
are stably inherited between generations,
and, as they apparently consist solely of
heterochromatic material, are thought to have
little or no phenotypic impact.
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Figure 5
Relative rates of intra- and interchromosomal segmental duplication in the human genome. Total
amount of duplicated sequence >90% identity in hg17 is shown in bins of 0.5%. In the absence of gene
conversion and assuming a constant rate of substitution, the percent identity of duplicated sequences
provides an estimate of their evolutionary age. Overall, the amount of sequence duplicated within
homologous chromosomes (intrachromosomal, blue, 143 Mb) is slightly greater than that duplicated
between chromosomes (interchromosomal, red, 128 Mb). However, during recent primate evolution,
there has been an increase in the relative amount of intrachromosomal duplication. Considering
duplications with >97.5% identity (corresponding to events that occurred within the last ∼10 million
years), intrachromosomal duplications outweigh interchromosomal events ∼threefold (78 Mb versus
25 Mb, respectively), and this trend appears to be accelerating. Until they are fixed within the population,
such events are, by definition, structural variants. By this measure, there is probably a considerable excess
of intrachromosomal structural polymorphism relative to interchromosomal events in modern humans,
although ascertainment biases near centromeres and telomeres cannot be excluded.

In rarer cases, acrocentric sequences also
integrate into other chromosomes, poten-
tially affecting their patterns of meiotic seg-
regation (109). While conducting a FISH
screen for subtelomeric abnormalities in cou-
ples with recurrent miscarriage, Cockwell
et al. (33) serendipitously observed that

several carried cryptic translocation of cen-
tromeric and pericentromeric sequences be-
tween their acrocentric chromosomes. Visi-
ble only with the use of FISH probes, two
cases had a rearranged chromosome 13, with
the centromeric region derived from the short
arm, centromere, and proximal long arm of
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chromosome 15. Two further cases carried a
der (22), with the 22 centromeres essentially
replaced by sequences from the centromeres
of chromosomes 14 and 13/21. While these
rearrangements were identified in ∼4% of
their study population, this may well be an
underestimate due to the nonspecificity of
FISH probes used, which are unable to de-
tect centromere exchanges between chromo-
somes 13 and 21, or 14 and 22. Although
not proven to be the cause of recurrent mis-
carriage, the frequency of these abnormali-
ties was significantly increased compared with
controls, and it seems highly likely that the
hybrid centromeres of these derivative chro-
mosomes would make them prone to abnor-
mal segregation leading to the formation of
nonviable zygotes.

FEATURES OF STRUCTURAL
VARIATIONS

Relationship with Genes

Structural variation creates abundant diversity
of the genic complement in the human pop-
ulation. Studies published to date (34, 35, 54,
57, 87, 123, 124, 136) show that the coding
regions of some 800–1800 known genes are
subject to variation in copy number through
deletion, duplication, or tandem rearrange-
ment. (Follow the Supplemental Material
link from the Annual Reviews home page at
http://www.annualreviews.org to see Sup-
plemental Tables 1 and 3.) The uncertainty
in this estimate is largely due to the use of
BAC array CGH technologies in a number
of studies, a technique that provides relatively
poor precision on the boundaries of inser-
tion/deletion events. Tandem arrangements
in particular can often result in wide variation
of gene copy number at certain loci, including
the AMY1A, defensin, and cytochrome P450
gene clusters. A growing number of com-
mon structural rearrangements that alter gene
copy number have been implicated in vari-
ous human phenotypes (24) (Table 3). Given
that only a fraction of structural polymor-

phisms have been investigated to date, it seems
likely that this type of variation plays a fun-
damental role in influencing human disease
susceptibility.

Structural variations may influence gene
expression in various ways. Insertion, dele-
tion, or tandem repetition can add or remove
entire copies of genes, leading to a concomi-
tant change in gene dosage, which for genes
that are dosage sensitive will influence carrier
phenotype (haplo-sensitive, triplo-sensitive,
or imprinted). However, because of selective
constraints, it is likely that most genes in-
volved in common polymorphic rearrange-
ments are reasonably tolerant of changes in
copy number, and are associated with more
subtle alterations in phenotype. Insertions,
deletions, or inversions involving only part
of a gene can potentially result in the forma-
tion of variant proteins through exon shuf-
fling, the creation of splice variants, or even
novel fusion genes, although the majority of
such events are likely nonfunctional unless an
open reading frame is maintained. Structural
variations outside of coding regions can also
lead to changes in gene expression through
position effects that might alter the location
or effect of essential regulatory elements, such
as that seen at the red/green pigment genes
(36), or through changes in local chromatin
structure (69). Finally, rather than affecting
phenotype through direct alterations in gene
copy number, deletion polymorphisms may
also act by revealing recessive mutations on
the single remaining haplotype.

Note, however, that not all variations in
gene copy number necessarily result in con-
comitant changes in protein levels. For ex-
ample, studies of individuals carrying dif-
ferent copy numbers of α-defensin genes
have shown no relationship between total
DEFA1/DEFA3 mRNA levels and gene copy
number, suggesting the existence of additional
trans-acting factors that mediate mRNA lev-
els at this locus (2). This phenomenon seems
to be highly variable at different loci. Simi-
lar studies of other structurally variant genes
show that between 26% and 88% of the

420 Sharp · Cheng · Eichler

A
nn

u.
 R

ev
. G

en
om

. H
um

an
 G

en
et

. 2
00

6.
7:

40
7-

44
2.

 D
ow

nl
oa

de
d 

fro
m

 w
w

w
.a

nn
ua

lre
vi

ew
s.o

rg
by

 S
ta

nf
or

d 
U

ni
ve

rs
ity

 - 
M

ai
n 

Ca
m

pu
s -

 R
ob

er
t C

ro
w

n 
La

w
 L

ib
ra

ry
 o

n 
11

/0
7/

10
. F

or
 p

er
so

na
l u

se
 o

nl
y.



ANRV285-GG07-17 ARI 3 August 2006 8:58

Table 3 Summary of common genic structural variations with known phenotypic effect

Gene name(s) Locus
Population
frequency

Diploid
copies

Size of variant
segment Associated phenotype Ref.

GSTM1 1p13.3 >3% 1–3 18 kb Altered enzyme activity (88)
RHD 1p36.11 15–20% 0–2 ∼60 kb Rhesus blood group

sensitivity
(141)

SMN2 5q13.2 ∼60% 1–4 500 kb Altered severity of spinal
muscular atrophy

(46)

CYP21A2 6p21.32 1.6% 2–3 35 kb Congenital adrenal
hyperplasia

(73)

LPA 6q25.3 94% 2–38 5.5 kb Altered coronary heart
disease risk

(74)

α-Defensin gene
cluster

8p23.1 ∼90% 4–14 19 kb Immune system function (2, 79)

β-Defensin gene
cluster

8p23.1 ∼90% 2–12 240 kb Immune system function (56)

IGHG1 region 14q32.33 12–74% 1–6 5–170 kb Immune system function? (106, 116)
CCL3-L1/CCL4-L1 17q12 51%/27% 0–14 >2 kb Susceptibility to and

progression of HIV
infection, susceptibility
to Kawasaki disease

(25, 134)

CYP2A6 19q13.2 1.7% 2–3 7 kb Altered nicotine
metabolism

(107)

IGL 22q11.22 28–85% 2–7 5.4 kb Altered Igκ :Igλ in B
lymphocytes

(138)

GSTT1 22q11.23 20% 0–2 >50 kb Altered susceptibility to
toxins and cancer

(49, 97)

CYP2D6 22q13.1 1–29% 0–13 Undefined Altered drug metabolism,
increased cancer
susceptibility

(1)

OPN1LW/OPN1MW Xq28 75% 0–4/0–7 15 kb/13 kb Defective color vision (91)
Testis-specific genes
(DAZ, BPY, RBM
families)

Yq11.2 3.2% 0–1 1.6 Mb Low-penetrance
spermatogenic failure

(110)

observed variation in expression levels can be
explained by gene copy number in different
cases (56, 87), whereas for the α-synuclein
gene there is apparently an almost perfect cor-
relation between gene dosage, mRNA, and
protein levels (89).

Although many genes are located within
sites of structural variation, it has been hy-
pothesized that many structural rearrange-
ments, particularly deletions, may be subject
to purifying selection and thus deleterious.
Global analysis of the genic content of large

deletion polymorphisms indicates that this is
the case, with transcribed regions being sig-
nificantly underrepresented in deletions com-
pared with the genome average (34). Fur-
thermore, there appear to be biases in the
types of genes found within structurally vari-
ant regions. Transcripts encoding nucleic acid
binding proteins or those involved in nu-
cleic acid metabolism are underrepresented in
deletion regions (34), possibly reflecting the
dosage-sensitive nature that many such genes
have because of their fundamental role in

www.annualreviews.org • Structural Variation 421

A
nn

u.
 R

ev
. G

en
om

. H
um

an
 G

en
et

. 2
00

6.
7:

40
7-

44
2.

 D
ow

nl
oa

de
d 

fro
m

 w
w

w
.a

nn
ua

lre
vi

ew
s.o

rg
by

 S
ta

nf
or

d 
U

ni
ve

rs
ity

 - 
M

ai
n 

Ca
m

pu
s -

 R
ob

er
t C

ro
w

n 
La

w
 L

ib
ra

ry
 o

n 
11

/0
7/

10
. F

or
 p

er
so

na
l u

se
 o

nl
y.



ANRV285-GG07-17 ARI 3 August 2006 8:58

transcriptional regulation and development.
Conversely, other classes of genes, particu-
larly those involved in molecular and environ-
mental interaction, appear to be enriched in
structurally dynamic regions. Genes involved
in inflammation and immune response, drug
detoxification, metabolism, surface integrity,
signal transduction, and sensory perception
are all overrepresented in regions of structural
variation (34, 136). Although these genes may
not be essential for viability, they are generally
involved in responses to environment stim-
uli, suggesting that structural polymorphisms
play an important role in evolutionary adapta-
tion. Consistent with this notion, some genes
that show variations in copy number over-
lap with those identified in studies of positive
selection (32) and lineage-specific expansion
and contraction (43).

Structural Variation, Segmental
Duplications, and the Human
Genome Assembly
Recent genome-wide analyses document an
intimate association between the location of
structural polymorphisms and both segmen-
tal duplications and sequence assembly gaps.
Segmental duplications are clearly hot spots
of chromosomal rearrangement, both in poly-
morphism and between species (6, 12, 80), and
it is estimated that there is an ∼4–10-fold en-
richment for segmental duplications at sites
of human structural variations >10 kb in size
(57, 87, 123, 124, 136). Current evidence sug-
gests that this is, in part, due to the propen-
sity for regions flanked by duplications to un-
dergo nonallelic homologous recombination,
but also that many segmental duplications are
highly polymorphic in copy number.

The presence of recent (i.e., highly ho-
mologous) segmental duplications is the most
important predictor of gap location in eu-
chromatic sequences, with approximately half
of all current sequence assembly gaps oc-
curring as duplicated sequence (41). This
is due, in part, to the high-sequence iden-
tity of these regions, as most paralogs have

>95% identity, hindering the discrimination
of multiple distinct copies and resulting in
the inadvertent collapse of their sequence to
one location (9). However, the co-occurrence
of large-scale structural variation between
chromosomal haplotypes with many segmen-
tal duplications further compounds the diffi-
culty of assembling regions, making accurate
contig assembly impossible without special-
ized strategies to traverse across these re-
arrangements. This results in the formation
of sequence gaps if two structurally different
haplotypes have been incorporated into the
assembly (41).

Specialized strategies will be required to
facilitate gap closure at many sites of struc-
tural variation. Sequencing and assembly of
single haplotypes, facilitated by construc-
tion of contigs from hydatidiform moles
or monochromosomal somatic cell hybrids,
would eliminate problems that are asso-
ciated with large-scale structural polymor-
phisms and segmental duplications in con-
ventional diploid libraries. For example,
accurate sequencing and assembly of the hu-
man Y chromosome, which is highly enriched
for segmental duplications and palindromic
repeats, and contains a number of large,
common structural variations, was achieved
largely because the sequence came from one
male donor, and hence a single Y chromo-
some (129). Other complex structurally vari-
ant sites, such as the spinal muscular atrophy
(SMA) locus at 5q13.3, have required an ex-
cessive redundancy of clones to be sequenced
to enable a single continuous haplotype to be
reconstructed (118).

Indeed, the SMA locus represents one of
the few large structurally variant regions of the
genome for which more than one allele has
been sequenced and assembled. The region
of variation covers at least 1–2 Mb, con-
tains the highest density of segmental dupli-
cations on chromosome 5, and shows a com-
plex, highly variable structure, which required
considerable effort to sequence and assemble
the two individual haplotypes (118). The two
sequenced alleles, designated SMAvar1 and

422 Sharp · Cheng · Eichler

A
nn

u.
 R

ev
. G

en
om

. H
um

an
 G

en
et

. 2
00

6.
7:

40
7-

44
2.

 D
ow

nl
oa

de
d 

fro
m

 w
w

w
.a

nn
ua

lre
vi

ew
s.o

rg
by

 S
ta

nf
or

d 
U

ni
ve

rs
ity

 - 
M

ai
n 

Ca
m

pu
s -

 R
ob

er
t C

ro
w

n 
La

w
 L

ib
ra

ry
 o

n 
11

/0
7/

10
. F

or
 p

er
so

na
l u

se
 o

nl
y.



ANRV285-GG07-17 ARI 3 August 2006 8:58
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Figure 6
Extensive allelic structural variation at the duplication-rich spinal muscular atrophy (SMA) locus on
5q13.3. Diagram of the SMA region showing both SMAvar1, the published variant, and SMAvar2, the
alternative RPC11 variant. (top) The duplication pattern for SMAvar1 is shown, with interchromosomal
(red ) and intrachromosomal (blue) duplications indicated. Segmental duplications (>95%, >1 kb) are
depicted as a function of percent identity (below the horizontal line), with different colors corresponding
to the location of the pairwise alignment on different human chromosomes (light pink = Chr5; dark
pink = Chr6). (center) A comparison of the interhaplotype structure between the two variants using
Miropeats (99), showing complex rearrangements between the two alleles, including multiple inversions
and insertion/deletion events. (bottom) Duplication pattern for SMAvar2 (adapted from Reference 118).
Reproduced with permission from Nature Publishing Group.

SMAvar2, are highly divergent (Figure 6),
and suggest that a hypothetical ancestral hap-
lotype underwent multiple large rearrange-
ments (>400 kb) and small insertion/deletion
events to produce these structures. Consider-
ing the extent of variation between these two
sequenced alleles, it seems likely that multiple
alternate configurations of the SMA region
exist in the human population, and suggests
that similar extensive structural variation be-
tween haplotypes may be a common feature
in regions of intense segmental duplication.
Data from the sequencing of alleles that dif-
fer from the human reference sequence in
smaller regions of structural variation cap-
tured within fosmid clones support this hy-
pothesis (136; E. Eichler, unpublished data).
Thus, large-scale efforts to sequence sites of

structural variation taken from numerous in-
dividuals will be necessary to fully understand
the extent of variation in the human genome,
especially in regions composed of numerous
high-copy segmental duplications.

Recurrence Rates of Structural
Variations and Linkage
Disequilibrium
The growing number of genes that show vari-
ation in copy number suggests that many
structural polymorphisms likely play impor-
tant roles in common disease. A fundamen-
tal aspect of assessing the phenotypic con-
sequences of common structural variation is
the determination of their relative frequency
in test and control populations. Traditionally,
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this type of association study commonly used
single nucleotide polymorphisms (SNPs) to
detect correlations between a gene or re-
gion of interest and a phenotype. To facil-
itate these studies, recent research has fo-
cused on developing a genome-wide LD
map, or HapMap, to define chromosomal re-
gions carrying shared combinations of alleles
(haplotypes) as a result of common ancestry
(3). Given the availability of this haplotype
map and the many high-throughput meth-
ods available for SNP genotyping, there is
considerable interest as to whether structural
polymorphisms also show LD with other sur-
rounding markers such as SNPs. That is, can
SNP markers be used as surrogates to accu-
rately genotype structural variations, or are
specific assays tailored to each structural vari-
ation required?

Central to this question is the recurrence
rate of structural variation, i.e., do such muta-
tional events recur on different genetic back-
grounds? Specifically, if structural variants are
typically due to recurrent mutations, then
they will occur on multiple haplotype back-
grounds, and will show little or no LD with
flanking SNPs. Conversely, if a structural vari-
ant occurred only once during human evolu-
tion on a single ancient haplotype, it will likely
show association with nearby genetic mark-
ers, which could then be used as informative
proxies in disease-association studies.

Using the wealth of data collected on
the occurrence of large deletions and du-
plications at the Xp21 Duchenne Muscular
Dytstrophy (DMD) locus, and extrapolating
it to the entire human genome, van Ommen
(139) attempted to estimate how often de novo
structural rearrangements occur, calculating
a genome-wide rate for deletion events of
∼0.12 per generation, and ∼0.02 insertion
events per generation. However, although
providing a reasonable baseline rate for the
frequency of this type of rearrangement in
unique regions of the genome, it should be
noted that the segmental duplication content
of the DMD locus upon which this estimate
was based is well below the genome aver-

age (0.004% versus ∼5%, respectively) (10).
As structural variations occur preferentially
within regions rich in segmental duplications
(57, 58, 87, 123, 124, 136), the true figure for
de novo rearrangement may be much higher
due to the possibility of recurrent mutations
resulting from nonallelic homologous recom-
bination. Furthermore, this estimate sheds lit-
tle light on whether structural rearrangements
are recurrent.

Two recent studies directly address this
question. By identifying deletion loci in the
same populations characterized during the
HapMap project, McCarroll et al. (87) and
Hinds et al. (54) examined patterns of LD be-
tween deletions, ranging from 70 bp to sev-
eral hundred kilobases in size, and SNPs in
their flanking regions. Both studies found that
the majority of deletions examined showed
strong LD with flanking SNP markers, with
some variants having perfect SNP proxies.
Furthermore, by examining a number of dif-
ferent ethnic groups, McCarroll et al. found
that these deletions were associated with the
same SNP alleles in each population, indi-
cating that these represented ancestral muta-
tion that occurred before the divergence of
human populations. These observations ap-
parently suggest that, at least in the majority
of cases, the identification of tagging SNPs
will enable deletion polymorphisms to be ef-
fectively genotyped through the use of these
neighboring markers, and as such the pheno-
typic effects of deletion variants could be as-
sayed using conventional LD-based associa-
tion studies, without the need for specific copy
number assays.

Note that not every deletion investigated
in these two studies showed significant LD
with surrounding markers, and, intriguingly,
the results from a third concurrent publica-
tion suggest the opposing view that some large
genomic deletion polymorphisms may be re-
current events. Using SNP genotyping data
generated as part of the HapMap project,
Conrad et al. (34) observed that some
deletions that occurred in a single region
were often present on different haplotype
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backgrounds, suggesting that these were re-
current events that may have occurred in
multiple founders. Further data to support
this hypothesis came from studies using high-
density oligonucleotide arrays, which showed
that these polymorphisms were often complex
and exhibited multiple different breakpoint
alleles in different pedigrees, an observation
consistent with the recurrent rearrangement
hypothesis.

There are also a number of major caveats
to the data presented by McCarroll et al. and
Hinds et al. First, regions rich in segmental
duplications are difficult to study using SNP-
based approaches, as SNP density at these lo-
cations is generally poor or inaccurate due
to the presence of paralogous sequence vari-
ants, which are often incorrectly annotated as
SNPs (10, 45). This results in reduced power
to detect structural variations by SNP-based
approaches in sites of segmental duplication,
and reduced power to determine patterns of
LD in these regions. As the study of many hu-
man genomic disorders clearly demonstrates
that the presence of segmental duplications is
a strong predisposing factor to recurrent re-
arrangement (58), studies that use haplotype
data as their primary means of detecting struc-
tural variations likely suffer an ascertainment
bias for polymorphisms that show strong
LD.

Second, by focusing on a subset of sites
that are not fully representative (see below) of
the wide spectrum of human structural vari-
ation, these studies may have presented a bi-
ased view of LD around copy number vari-
ants. For example, McCarrol et al. (87) and
Hinds et al. (54) both studied regions of sim-
ple haploid deletion, and largely avoided sites
of complex, multicopy, or tandem rearrange-
ment that might be predicted to have a higher
frequency of variation.

Third, the assay design used by Hinds et al.
relied on PCR amplification of genomic frag-
ments ∼10 kb in size. This meant that re-
gions flanked by large segmental duplications
or other repeat structures would go largely
undetected due to the requirement to de-

sign unique PCR primers for each amplicon.
Furthermore, although Hinds et al. identi-
fied a number of deletions that showed mul-
tiple different breakpoint alleles, a hallmark
likely associated with recurrent rearrange-
ments, these were excluded from subsequent
LD analysis (A. Kloek & K. Frazer, personal
communication).

Therefore, although significant LD clearly
exists at many sites of structural variation in
the human genome, it is plausible that a dif-
ferent picture may emerge from other ge-
nomic regions with different properties. Sites
that exhibit highly labile genomic architec-
ture, such as the tandemly repeated cassettes
seen at the AMY1A and α- and β-defensin
loci, are excellent candidates to undergo re-
current rearrangement. Similarly, sites that
show both insertion and deletion alleles sug-
gestive of reciprocal exchange events (125), or
those that exhibit a variety of breakpoints in
different individuals, are also excellent can-
didates. Until a full and unbiased assessment
is made with particular reference to regions
with features that may render them suscepti-
ble to increased frequencies of rearrangement,
the conclusions drawn from studies published
to date should not be extended genome wide
(42).

Finally, global analyses suggest that certain
genomic features predispose to rearrange-
ment, further suggesting that certain sites
might be prone to increased frequencies of
rearrangement. Approximately one third of
all human segmental duplications terminate
within Alu repeats that were active during
primate evolution, indicating that Alu-Alu-
mediated recombination plays a significant
role in the proliferation of recent segmental
duplications (8, 11). Other sites of segmen-
tal duplication occur within DNA that has
physical properties similar to those of “frag-
ile sites” where genetic rearrangements fre-
quently occur—specifically, a decreased he-
lix stability and an increased DNA flexibility
(144). It is likely that loci with similar prop-
erties might have an increased propensity to
undergo recurrent rearrangement, suggesting
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a rationale for the identification of recurrent
structural variation sites.

Somatic Variation
The extent of structural variation in the hu-
man genome that has now been uncovered
raises the question of whether these vari-
ants are limited to the germline. Although
somatic mutation at the nucleotide level is
a relatively common event (53), the mecha-
nisms underlying this type of mutation differ
from those leading to larger-scale rearrange-
ments, and the data available to date regarding
large structural variants are relatively limited.
Array-based studies of the human genome
suggest that somatic variation, at least within
the limits of current methodologies, is not
a widespread phenomenon, being limited to
the immunoglobulin gene clusters at 2q11,
22q11.2, and 14q32.3, which are known to
undergo somatic V(D)J-type recombination
(123; D. Locke, A. Sharp & E. Eichler, un-
published data). However, these studies can
only detect changes that occur in the majority
of cells within a tissue sample under investi-
gation.

Evidence from the study of genomic disor-
ders does show that NAHR can occur mitot-
ically. In numerous cases, somatic mosaicism
for duplication-mediated rearrangements has
been identified (67, 77, 145). There is also
evidence suggesting that NAHR plays a sig-
nificant role in loss of heterozygosity, chro-
mosomal instability, and amplifications in tu-
morigenesis (16, 114, 117, 137). In addition,
some limited cytogenetic analysis suggests
that copy number at the 8p23.1 β-defensin
gene cluster may show amplification in some
cells ( J. Barber, personal communication).
Thus, although wide-scale somatic structural
variation of the human genome seems un-
likely, limited changes at specific sites may
occur. If confirmed, any such sites of somatic
change would also be excellent candidates for
sites of independent recurrent rearrangement
in the germline.

METHODS FOR THE STUDY
OF STRUCTURAL VARIATION
The limited resolution of karyotype analysis
using the light microscope (∼3–5 Mb) meant
that, until recent times, the vast majority of
structural variation present in our genomes
went unrecognized. Building on early isotopic
labeling techniques (95), the development of
FISH (102), and subsequently stretched-fiber
FISH (98), for the first time allowed spe-
cific sequences to be localized within the
nucleus with high resolution, although its
labor-intensive nature precludes its use as a
genome-wide screening tool.

Undoubtedly, the major technological
breakthrough in the field of structural vari-
ation was the development of microarrays
(104). Composed of thousands of locus-
specific probes immobilized onto a solid sub-
strate, typically a glass slide, microarrays allow
entire genomes to be compared at very high
resolution. Initially composed of large-insert
clones spaced throughout the genome (103),
BAC array CGH has now developed to a point
where tiling-path arrays allow virtually the en-
tire human genome to be analyzed for the gain
or loss of material in a single experiment (35,
60). However, because of the large insert size
of the probes (typically ∼150 kb), the reso-
lution of BAC arrays is limited to genomic
alterations in excess of ∼50 kb. Despite this,
studies using BAC arrays (35, 57, 124) have led
to the identification of several hundred sites of
structural variation (Supplemental Table 1),
indicating that many variations in humans are
large-scale events. The ability to comprehen-
sively screen the genome of a large number of
individuals has effectively led to widespread
use of this platform.

Other types of microarrays can potentially
achieve much higher resolution. Both cloned
cDNAs (105) and single-stranded PCR prod-
ucts (38, 83) used as probes on microarrays are
effective for measuring DNA copy number
alterations at the single-exon level. Perhaps
the most promising alternative is the develop-
ment of oligonucleotide arrays, which utilize

426 Sharp · Cheng · Eichler

A
nn

u.
 R

ev
. G

en
om

. H
um

an
 G

en
et

. 2
00

6.
7:

40
7-

44
2.

 D
ow

nl
oa

de
d 

fro
m

 w
w

w
.a

nn
ua

lre
vi

ew
s.o

rg
by

 S
ta

nf
or

d 
U

ni
ve

rs
ity

 - 
M

ai
n 

Ca
m

pu
s -

 R
ob

er
t C

ro
w

n 
La

w
 L

ib
ra

ry
 o

n 
11

/0
7/

10
. F

or
 p

er
so

na
l u

se
 o

nl
y.



ANRV285-GG07-17 ARI 3 August 2006 8:58

synthetic probes 25–75 bp in length (21).
This type of array has the advantage of be-
ing rapidly synthesized with very high unifor-
mity and density (currently several hundred
thousand features per slide), and customized
to target virtually any region of interest with
high resolution. However, due to the variabil-
ity in individual probe performance, multi-
ple oligonucleotides are generally required to
detect structural copy number variants reli-
ably at a genome-wide level (123). Although
these approaches are attractive, high-density
oligonucleotide arrays necessary to cover the
entire genome are currently extremely costly.
Alternative oligonucleotide arrays, designed
primarily for SNP genotyping, have also been
utilized for copy number measurements with
reduced resolution (108), whereas other de-
signs have relied on reducing the complexity
of the genome by prior digestion with restric-
tion enzymes and subsequent fragment am-
plification (81, 123).

However, the advent of novel computa-
tional methods which take advantage of the
large amounts of publicly available sequence
data promises to further revolutionize the
detection of structural variation. One such
methodology, reported by Tuzun et al. (136),
utilized over 1.1 million paired-end sequences
from a high-density fosmid library (59). Given
the physical properties of the fosmid vec-
tor, which tightly limits the cloned insert to
a size of ∼40 kb, mapping these paired-end
reads against the reference assembly identi-
fied numerous structural rearrangements be-
tween these two genomes with a resolution of
∼8 kb. This approach has the advantage of es-
sentially cloning any structural variation iden-
tified, thus allowing it to be fully sequenced
and precisely characterized, and, in contrast to
array-based approaches, is also able to detect
balanced rearrangements such as inversions.
Like many other technologies, paired-end
mapping suffers from reduced power to map
structural variation in regions of near-perfect
sequence identity where end sequences do not
map uniquely. Nevertheless, this strategy is
unique among current technologies in being

able to detect and map novel sequences not
represented in the reference assembly. Vari-
ant regions that are polymorphically deleted
from the human genome reference are essen-
tially undetectable by all other techniques, as
they rely on the reference genome sequence
as their starting point for any assay.

Two recent studies (34, 87) utilized a differ-
ent form of sequence data—namely the avail-
ability of high-density SNP genotypes gen-
erated by the International HapMap Project
(3) for detecting structural variation. Both
McCarrol et al. and Conrad et al. used trans-
mission patterns of SNP genotypes within
parent-offspring trios, reasoning that SNPs
contained within hemizygous deletion re-
gions would be incorrectly genotyped, and
would manifest as deviations from Mendelian
inheritance in carrier individuals. McCarrol
et al. further mined these SNP data for detect-
ing deletions, using apparent deviations from
Hardy-Weinberg equilibrium and clusters of
null genotypes, the latter being a signature
of homozygous deletion events. Given an ap-
propriate SNP density, these techniques can
accurately identify rearrangements less than
1 kb in size, but are currently limited specifi-
cally to the detection of deletions.

A third methodology for detecting struc-
tural rearrangements was described by Feuk
et al. (47), who utilized the sequence assem-
bly from chimpanzee to perform a cross-
species comparison with the human genome
as a means of identifying inversions be-
tween the two species. Although this method
was aimed primarily at identifying interspe-
cific rearrangements, several polymorphic hu-
man inversions were discovered, suggesting
that many evolutionarily recent rearrange-
ments are not yet fixed within the human
population.

Different techniques for the genome-wide
detection of structural rearrangements, and
their respective advantages and disadvantages,
are summarized in Table 4. Although these
are all useful for discovering structural re-
arrangements, there is currently a need for
more targeted assays capable of genotyping
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Table 4 Comparison of different techniques for the genome-wide detection of structural rearrangements

Techniques Advantages Disadvantages References
1. Array-based
approaches

Can be easily targeted to any
study population of interest

Indirect assay does not resolve complexity of
events Results are always relative to the
reference individual(s) used

Unable to detect balanced rearrangements
Large-insert clone
(e.g., BAC) array
CGH

Can screen entire genome in
a single experiment with
complete coverage

Relatively inexpensive for
large sample populations

Relatively low resolution (max ∼50 kb for BAC
array CGH)

Rearrangement breakpoints are poorly defined

(35, 57, 103,
124)

Oligo- or
polynucleotide array
CGH/ROMA

Custom designs can target
any region at ultra-high
density

Probes may lack necessary specificity in
nonunique regions (e.g., segmental
duplications)

ROMA resolution limited by restriction sites
Commercially available arrays very expensive

(38, 81, 83, 123)

SNP oligonucleotide
microarray

Can also detect loss of
heterozygosity and
uniparental disomy

Limited by availability of informative SNPs
Typically exclude repeat regions and significant
portions of segmental duplication

(23, 54, 108)

2. Sequence-based
approaches

Provide a more direct assay to
resolve underlying
complexity of events

Costs for generation of sequence data can be
very high

Analyses limited by the availability of relevant
sequence data

Paired-end sequence
mapping

Allows structural variants to
be cloned and sequenced

Can detect balanced
rearrangements, such as
inversions, and novel
sequence not represented in
reference assembly

Limited by the availability of high-density
paired-end sequence data from different
individuals

Unable to identify insertions greater than the
insert size of the vector used

Costs for library production and end sequencing
are very high

(92, 136)

SNP genotype analysis Can rapidly utilize SNP data
from any population

Limited by the availability and density of SNP
data (SNP density is reduced in segmental
duplications)

Only able to detect deletions with current
techniques

(34, 87)

Comparative sequence
analysis

Can detect balanced
rearrangements

Limited by the availability of sequence
assemblies

Complex regions prone to assembly errors
leading to potentially high false positive rates

(47)

structural variants in a cost-effective and
relatively high-throughput fashion. Two
such techniques, namely multiplex ligation-
dependent probe amplification (MLPA) (119)
and multiplex amplifiable probe hybridiza-
tion (MAPH) (55), were recently developed.
Both methods rely on the hybridization of
multiple locus-specific probes to their tar-

get sequences, which are then simultaneously
amplified using fluorescently tagged univer-
sal primers, and the amount of each result-
ing product is quantified by capillary elec-
trophoresis. In this way, up to 50 independent
loci can be genotyped for copy number in a
single reaction, which is relatively rapid and
scalable for the study of large populations.
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A CASE STUDY OF
STRUCTURAL VARIATION: THE
DEFENSIN GENE CLUSTER
The defensin gene cluster at 8p23 represents
one of the most intensively studied regions
of structural variation in the human genome,
and makes an excellent example of this type of
polymorphism. Defensins are a family of se-
creted antimicrobial peptides that are thought
to be a component of the host defense mech-
anism (121). The family is subdivided into
α-, β-, and θ-defensins, most of which are
located in large gene clusters on human chro-
mosomes 8 and 20. To date, 6 human α-
defensins (HNP-1–4, HD-5, and HD-6) and
11 human β-defensins (HBD-1–6 and HBD-
25–29) have been identified, all of which are
thought to be involved in innate immunity.
Apparently benign, cytogenetically visible al-
terations at 8p23.1 were first reported in the
early 1990s (75), and, although some cases of
duplication at this locus were associated with
significant pathology (68, 71), over the next
decade it became clear that the vast majority
of individuals carrying additional 8p23.1 ma-
terial did not have any identifiable phenotypic
abnormalities (13, 93). As such, it was gener-
ally referred to as an EV with no established
clinical significance.

Early molecular studies hinted at the un-
derlying nature of this cytogenetic variation,
indicating the presence of multiple and vari-
able copies of genes encoding the different
types of α-defensin proteins on chromo-
some 8 (85). More detailed molecular inves-
tigations of this EV showed that, in addi-
tion to copy number polymorphisms in the
α-defensin genes, there was also significant
structural variation in the adjacent β-defensin
gene cluster. Three of the β-defensin genes,
DEFB4, DEFB103, and DEFB104, together
with a fourth gene SPAG11, which is thought
to play a role in sperm maturation, are con-
tained within a repeat unit ∼240 kb in length.
MAPH and semiquantitative FISH analysis
showed that this entire repeat unit is highly
polymorphic in copy number, with individu-

als possessing between 2–12 copies per diploid
genome. The study of individuals who carry
the 8p23.1 EV revealed that this represents
chromosomes with seven or eight copies of
this repeat unit, thus identifying the molecular
basis of this cytogenetically visible additional
chromatin. Interestingly, segregation analy-
sis in different pedigrees using microsatellite
markers indicated that different copies of the
repeat unit have undergone independent ex-
pansion, suggesting that this region may be
subject to frequent and recurrent rearrange-
ment. Furthermore, analysis of RNA from
different individuals by semiquantitative re-
verse transcriptase-PCR (RT-PCR) showed a
significant correlation between genomic copy
number and levels of DEFB4 mRNA (56).

Subsequent detailed analysis of the neigh-
boring α-defensin locus also revealed a similar
theme. The two α-defensin genes DEFA1 and
DEFA3, together with the θ-defensin pseu-
dogene DEFT1, lie within a 19-kb cassette,
which occurs in a tandem array exhibiting
variable copy number. Additional gene copies
also occur in an adjacent 9.5-kb partial re-
peat, such that total copy number of these
α-defensins ranges from 4–14 in the human
population. Analysis of closely related pri-
mate species indicates that DEFA3 is spe-
cific to the human lineage, and is completely
absent in 10–25% of the normal popula-
tion, suggesting that this gene has recently
evolved and is not yet fully fixed within the
human lineage (2, 79). Furthermore, the or-
ganization, location, and dosage of DEFA1
and DEFA3 in humans are all independently
variable within the repeat structure, suggest-
ing that unequal recombination has resulted
in their reorganization between different al-
leles during human evolution. Although the
peptide encoded by DEFA3 appears to have
a lower potency than DEFA1 against various
common bacterial pathogens (44), it is tempt-
ing to speculate that its emergence in humans
may represent a novel gain of function for this
gene family by duplication and subsequent
divergence.
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Do these structural variations in the de-
fensin genes have any phenotypic influence?
Defensins clearly form an important part of
the immune system, as defensin-deficient in-
dividuals are prone to a variety of recur-
rent infections. Although partial or complete
deficiency of HNP-3, encoded by DEFA3,
is relatively common (2), the small num-
ber of reported patients who lack all three
α-defensins (HNP-1, HNP-2, and HNP-
3) suffer from frequent common bacterial
infections. Although no disease-association
studies with defensin copy number have yet
been reported, some evidence suggests that
high levels of α-defensin proteins may slow
tumor proliferation (90). However, SNP-
association studies indicate DEFB1 influences
susceptibility to both asthma (76) and op-
portunistic oral infections (66). DEFB4 has
also been suggested as a modifier locus for
cystic fibrosis (CF) because of its efficacy
against P. aeruginosa, a major cause of mor-
bidity in CF patients (128). Thus, it is likely
that the extensive variation in defensin copy
number seen in humans and other primates
plays a significant role in mediating immune
phenotype.

CONCLUSIONS AND
PERSPECTIVES
Since the first recognition of structural varia-
tion by early cytogeneticists, there has been an
explosion in the information regarding levels
of polymorphism known to exist in the human
genome. Currently published data have de-
fined more than 1500 independent sites repre-
senting ∼100–150 Mb of the human genome
as structurally variant (a complete summary
of all published structural variations is shown
in Supplemental Table 1) (34, 35, 54, 57,
87, 123, 124, 136). However, comparing these
data sets shows a relatively small amount of
overlap between different studies, suggesting
that only a fraction of the total amount of
structural variation may have been ascertained
to date (Figure 7).

Although the number of SNPs in the
genome far outweighs large-scale variation
events, our best estimates indicate that the
contribution of structural rearrangements to
human genetic polymorphism is significant.
Given a de novo single-base mutation fre-
quency of 2 × 10−8 per generation (72), it can
be estimated that approximately 120 novel
single-base changes occur per individual per
generation. By this same measure, assuming
that insertion/deletion events have a mean
size of ∼15 kb (136) and a total de novo
rate of ∼0.14 per generation (139), structural
variation results in approximately 2100 nu-
cleotides of novel polymorphism per individ-
ual, i.e., over an order of magnitude higher
than that conferred by SNPs. Similarly, as-
suming a SNP frequency of 1/1200 bp be-
tween any two individuals (3), approximately
2.5 × 106 single base pairs of sequence dif-
fer between any two individuals. Although
the incidence of human structural variation
is currently unknown, probably the best esti-
mate to date comes from the study of Tuzun
et al. (136). They suggest that ∼250 copy
number variations with a mean size of 15 kb,
or a total 3.75 × 106 base pairs of structural
polymorphism, exist between any two diploid
genomes, again a greater amount than that
conferred by SNPs but at a smaller number
of loci.

It is interesting that these figures are pro-
portionately similar to the amount of ge-
netic difference between humans and chim-
panzees conferred by SNPs (1.2%) and large
segmental duplications (2.7%), respectively,
suggesting that large-scale variations play a
significant role in both intra- and interspe-
cific variation (28, 31). The estimated 115 Mb
of large-scale structural variation between the
two species includes several hundred genes
that have been gained or lost between the
two lineages. Although the biological or evo-
lutionary importance of most of these differ-
ences is not known, it is intriguing that sev-
eral of these structural variants are associated
with new or rapidly evolving gene families
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Intersection of studies of structural human genome variation. The relatively small amount of overlap
between different studies with similar resolution suggests either that only a fraction of the structural
variation in the human genome has been ascertained to date, and/or a high false positive rate in these
studies. (a–c) Venn diagram comparing the number of intersecting sites having a minimum of a 100-bp
overlap. (a) Total nonredundant set of 1015 fine-scale deletions (34, 54, 87). (b) Total of 416 large-scale
copy number variations (57, 123, 124). (c) Total of 1512 structural variants, showing the intersection of
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(136). (d–f ) The same data sets shown in (a–c), but comparing the number of intersecting structurally
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shared, even though many of the same samples were analyzed (34, 87). Web browsers that include these
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the expected totals are due to mapping inconsistencies that arose when converting the sites to the same
build (hg16). Only validated sites are considered for the Hinds et al. data set (54).
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(19, 65, 100) or genes involved in immu-
nity (31, 92), further suggesting that structural
variation plays an important role in environ-
mental adaptation.

These statistics illustrate the significant
role that structural variation likely plays in
defining phenotypic differences. The impor-
tance of large deletions, duplications, and in-
versions in overt genetic disease has been rec-
ognized for decades. However, to date only
a relatively small number of common pheno-
types has been ascribed to structural polymor-
phisms (classically a polymorphism is defined
as having a frequency of ≥1% for the mi-
nor allele), largely because of the difficulties
in identifying these type of rearrangements
until recently (Table 3). Given the emerg-
ing picture of a highly dynamic genome rich
in structural variation and a growing list of
genes that are associated with these rearrange-
ments, it seems almost inevitable that many of
these polymorphisms play important roles in
a wide range of common diseases and phe-
notypes (24). We predict that the investiga-
tion of structural variations in relationship to
human disease will likely be a rich source of
discovery in the future. A major challenge for
such work will be the development of high-
throughput assays capable of accurately geno-
typing loci that are highly variable in copy
number and show numerous different alleles
and haplotypes. Although surrogate “tagging
SNPs” could be used at many loci that show
strong patterns of LD, it remains to be de-
termined if SNPs will be viable markers for
all structural rearrangements. Concerted ef-
forts to determine the extent of LD surround-
ing the full spectrum of structural variation
will likely resolve this issue. Candidate gene
approaches based on the known functions of
individual genes, or previous linkage or as-
sociation studies indicating the involvement
of a structurally variant region in a specific
disease, will aid the definition of phenotypes
that might be influenced by a given rearrange-
ment. Looking further ahead, it is likely that
some structural variations will also affect other
genomic elements, such as microRNAs (4),

other noncoding RNAs (27), and conserved
nongenic sequences (37), whose significance
is currently poorly understood.

To facilitate disease-association studies,
a major goal of future research must be to
generate an accurate, comprehensive, and
centralized genome-wide map of human
structural variation. Currently, a number of
privately maintained databases exist, such as
The Database of Genomic Variants (http://
projects.tcag.ca/variation/) and the Hu-
man Structural Variation Database (http://
humanparalogy.gs.washington.edu/struct
uralvariation/), which attempts to curate
the growing list of structural variations.
However, neither of these resources is fully
comprehensive or accurate, in part due to a
number of significant problems with current
data. First, published data sets have reported
the locations of structural variations in
several different builds of the human genome
assembly, leading to significant mapping
discrepancies when attempting to merge or
update data from one assembly to another.
This problem is compounded by the strong
tendency for structural variations to occur in
regions rich in both segmental duplications,
which are often associated with assembly
errors, and also by gaps in the genome
assembly. Second, it should be acknowledged
that the increasing use of global assays and
large test populations to detect structural
variation has resulted in published data sets
that include a significant false positive rate.
There is an increasing danger that without
appropriate quality controls and validation, as
more studies are published many sites within
the genome will be incorrectly annotated as
containing structural polymorphisms. One
method to address this problem, at least in
part, is by accumulating and cross-validating
data from multiple studies and assay types,
allowing those sites that are reported as being
structurally variant by different studies to be
defined with high confidence.

To this end, we advocate that a central-
ized effort should be made to catalog hu-
man structural variation in a publicly available
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repository, similar to that which currently
exists for single nucleotide variation. Data
from a number of published structural vari-
ation studies have already been incorpo-
rated into tracks within recent builds (hg16
and hg17) of the UCSC Genome Browser
(http://genome.ucsc.edu/). Integration of
data in this setting allows structural variation
data from multiple studies to be displayed and
compared against virtually any other form of
genome annotation in an intuitive manner
that can facilitate further research into the
causes and consequences of structural poly-
morphism (Figure 8).

We also predict a continuing trend toward
the identification of progressively smaller
genomic rearrangements. However, despite
such advances, one major challenge facing re-
searchers will be the accurate definition of the
specific sequence changes underlying struc-
tural variations, particularly in the case of
large-scale events that will require intensive
investigation to resolve individual alleles (86,
118). Because of the limitations of most cur-
rent detection methods, the precise break-
points and sequence content associated with
most sites of structural variation identified to
date are poorly defined. These data are vi-
tal for understanding the underlying causes
of structural rearrangements. Many such re-
gions, particularly those that are composed of
highly duplicated sequence, undergo numer-
ous and complex rearrangements, which in
some cases are impossible to resolve without
complete sequencing across the variant region
(Figure 6). Large-scale resequencing efforts
targeted to structurally variant loci will likely
be necessary to give meaningful insight into
the spectrum of human variation.

Additionally, in the case of insertion poly-
morphisms, without the benefit of additional
studies using FISH, the chromosomal loca-
tion of an inserted sequence is generally am-
biguous. Although it seems likely that most
insertions are local or tandem events, it is cur-
rently unclear whether all polymorphic dupli-

cations in the human genome are local to their
source of origin, or if a proportion are inter-
spersed to other intra- or transchromosomal
locations. Detailed mapping and/or sequenc-
ing studies will be necessary to resolve this
ambiguity.

There is also a requirement to develop
techniques that can identify novel polymor-
phic sequences that are not currently repre-
sented in the human genome reference as-
sembly. As most methodologies for detecting
structural variation are based on the se-
quence present in current builds of the hu-
man genome, they cannot detect any novel
sequences absent from this reference. One so-
lution to this problem is the use of paired-
end mapping strategies utilizing large-insert
clone libraries derived from numerous donors
(136). Of all the techniques currently in use,
this strategy is the only one that allows
the presence of novel genomic sequences to
be identified and mapped within the refer-
ence assembly, and the novel insert fully se-
quenced. With the promise of significant ad-
vances in sequencing technology (84, 127),
such approaches will likely become increas-
ingly tenable.

The full extent of the amount of struc-
tural variation present in the human genome
is only just beginning to be appreciated. The
availability of a high-quality genome assem-
bly and dense SNP maps, in combination with
novel computational strategies to take advan-
tage of these data, and the advent of tech-
niques such as array CGH, now allows the
study of an additional type and level of hu-
man variation, one between that visualized
with the light microscope at one extreme
and detected by sequencing-based method-
ologies at the other. Given the high gene
content of many structural variations and
the classes of transcript that are enriched in
these regions, it seems almost inevitable that
structural polymorphisms will play an im-
portant and exciting role in dictating human
phenotype.
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Figure 8
Screenshot taken from a custom genome browser showing a comprehensive view of known human
structural variation and segmental duplication content within a 5-Mb region of proximal chromosome
22q (A. Sharp, Z. Cheng & E. Eichler, unpublished data). Regions reported as deletions are shown in red,
insertions in blue, and inversions in green. Direct comparison of data from multiple studies allows high
confidence to be assigned to sites identified using multiple different methodologies. Note the tendency
for structural variations to occur in regions of high segmental duplication content. Custom tracks (from
top to bottom) are as follows: Nimblegen 59,077: probe log2 ratio data from a high-density custom oligo
array in individual NA59077, used as part of the HapMap project (A. Sharp & E. Eichler, unpublished
data). Regions showing consistent positive signals correspond to insertions in this individual compared
with the reference sample, whereas consistent negative signals correspond to deletions. Sharp
MicroArray data (124); Sebat MicroArray data (123); Iafrate MicroArray Data (57); Literature
polymorphisms: location of the IGL gene cluster, which was previously reported as structurally variant
(138); de Vries 32k array CNPs: data on transmitted variants (35); Hinds del (54); Conrad del (34);
McCarroll del (87); Human Fosmid Discordants (136). Also shown is the physical location in base pairs
(hg16), cytogenetic band, genes, and segmental duplications >1 kb and >90% identity. A subset of this
data can be viewed on the publicly available University of California at Santa Cruz Genome Browser
(http://genome.ucsc.edu/).
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