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Letter

A preliminary comparative analysis of primate
segmental duplications shows elevated
substitution rates and a great-ape expansion
of intrachromosomal duplications
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Laboratory, US Department of Agriculture, Beltsville, Maryland 20705, USA; *Department of Genetics and Microbiology,
University of Bari, 70126 Bari, Italy; *The Institute for Genomic Research, Rockville, Maryland 20850, USA; °Genome Technology
Branch and NIH Intramural Sequencing Center, National Human Genome Research Institute, Bethesda, Maryland 20892, USA;
“Howard Hughes Medical Institute, Seattle, Washington 98195, USA

Compared with other sequenced animal genomes, human segmental duplications appear larger, more interspersed,
and disproportionately represented as high-sequence identity alignments. Global sequence divergence estimates of
human duplications have suggested an expansion relatively recently during hominoid evolution. Based on primate
comparative sequence analysis of 37 unique duplication—transition regions, we establish a molecular clock for their
divergence that shows a significant increase in their effective substitution rate when compared with unique genomic
sequence. Fluorescent in situ hybridization (FISH) analyses from 1053 random nonhuman primate BACs indicate that
great-ape species have been enriched for interspersed segmental duplications compared with representative Old
World and New World monkeys. These findings support computational analyses that show a 12-fold excess of recent
(>98%) intrachromosomal duplications when compared with duplications between nonhomologous chromosomes.
These architectural shifts in genomic structure and elevated substitution rates have important implications for the
emergence of new genes, gene-expression differences, and structural variation among humans and great apes.

[Supplemental material is available online at www.genome.org.]

Duplications play a pivotal role in disease process, gene evolu-
tion, and genome rearrangement. Structurally, these sequences
have been linked to an increasing number of human genomic
disorders within humans (Stankiewicz et al. 2004) as well as evo-
lutionary breakpoints of conserved synteny between humans
and other mammals (Armengol et al. 2003; Bailey et al. 2004a;
Murphy et al. 2005). Segmental duplications have contributed
significantly to large-scale copy number variation within the hu-
man population (lafrate et al. 2004; Sebat et al. 2004; Sharp et al.
2005) and have contributed more to the genetic difference be-
tween chimpanzee and human than single-base mutations
(Cheng et al. 2005). Importantly, several hominoid-specific
genes have been uncovered within these dynamic regions
(Johnson et al. 2001; Courseaux et al. 2003; Paulding et al. 2003),
due either to fusions or adaptive evolution.

Previous analyses confirm that ~5% (154.0 Mb) of the hu-
man genome is composed of duplications that are greater than
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90% identical at the sequence level and greater than 1 kb in
length (Bailey et al. 2002; Cheung et al. 2003a; International
Human Genome Sequencing Consortium [IHGSC] 2004; She et
al. 2004b; Zhang et al. 2005). Intrachromosomal duplications
have occurred more frequently (3.97%, 113.66 Mb) compared
with duplications between nonhomologous chromosomes
(2.37%, 67.86 Mb). In addition, the sequence identity of intra-
chromosomal duplications is, on average, greater than that of
interchromosomal duplications (She et al. 2004b). These proper-
ties have prompted speculation that the human and great-ape
genomes have experienced a surge of intrachromosomal dupli-
cation activity (Samonte and Eichler 2002) or, alternatively,
large-scale gene conversion or selection to maintain high-
sequence identity within intrachromosomal duplications (Zhang
et al. 2005). Such computational inferences, however, have two
serious limitations. First, there is an assumption that neutral rates
of unique genomic DNA divergence may be applied to duplicated
DNA. Gene conversion, if rampant, may complicate extrapola-
tions of neutral substitution rates, rendering such an assumption
about a molecular clock invalid. Second, there is an ascertain-
ment bias, in that most studies of primate segmental duplica-
tion are based on the human genome reference sequence. Con-
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Table 1. Duplication hubs vs. solo duplications
Interchromosomal Intrachromosomal
Number Nonredundant Number of Total Number of Total
of loci duplication (Mb) alignments aligned bp (Mb) alignments aligned bp (Mb)
5 kb solo 2838 16.25 1248 3.62 634 5.48
5 kb hubs 344 77.68 7824 102.41 7452 105.50
50 kb solo 1516 7.69 929 2.18 224 1.47
50 kb hubs 378 84.94 9328 114.25 8442 117.74

Solo loci represent segmental duplications where the next nearest neighboring duplication is located >5 kb or >50 kb. Duplication hubs are defined as
regions where multiple pairwise alignments map and the total number of aligned basepairs exceeds 100 kb. The table compares the number of
nonredundant basepairs and the number of alignments. Both gaps and common repeat sequences were excluded from this analysis.

sidering the dynamic nature of these regions among closely re-
lated species such as chimpanzees and humans (Cheng et al.
2005), an unbiased view of genetic and genomic change is war-
ranted.

In this study, we attempt to provide a preliminary, unbiased
assessment of rates of substitution and changes in duplication
architecture based on genomic comparisons with nonhuman pri-
mates. We begin by summarizing the apparent unique properties
of human segmental duplications compared with other se-
quenced vertebrate genomes. We then establish a molecular
clock for single-base divergence based on the analysis of ortholo-
gous primate sequence located at the transition regions between
unique and duplicated sequence, and directly estimate the fre-
quency of segmental duplication among other species based on
FISH analysis of random genomic clones. Our data demonstrate
a proclivity toward expansion of interspersed duplications dur-
ing the emergence of humans and the great apes.

Results and Discussion

Properties of human segmental duplications

Segmental duplications are distributed nonrandomly across the
human genome. We identified 378 regions in excess of 100 kb in
length where duplications have accumulated—this includes 98
regions within 2 Mb of centromere and telomere positions (She
et al. 2004a; Linardopoulou et al. 2005). The others map within
euchromatic regions of the human genome, many of which are
sites of instability associated with genomic disorders, cancer, and
evolutionary rearrangement. We termed these regions “duplica-
tion hubs,” defined as regions where each neighboring pairwise
alignment maps within a 5 or 50-kb genomic distance and the

Table 2. Distribution of exons by EST, known genes and RefSeq genes

total aligned basepairs exceeds 100 kb (Table 1), to distinguish
them from areas of the human genome where duplications occur
sporadically and most often represented as a single pairwise
alignment. Among these duplication hubs, the number of under-
lying pairwise alignments ranges from 2 to 676 (mean =67,
median = 41), suggesting that these regions have been bom-
barded by multiple rounds of duplication during the course of
evolution.

Interestingly, duplicated regions are particularly rich in
transcripts. Overall, when the best-placement of spliced tran-
scripts was considered, we found a higher exon density (62%) in
duplicated regions when compared with unique regions of the
human genome (Table 2), consistent with earlier findings of the
draft genome sequence (Bailey et al. 2002). This effect is only
observed for spliced ESTs, as opposed to transcripts identified by
RefGene or “known gene” within the UCSC Genome Browser,
suggesting either incomplete annotation or a higher frequency of
transcribed pseudogenes. Details concerning the structure, com-
position and organization of the segmental duplications (>90%
sequence identity and >1 kb in length) within the finished
human genome may be found at http://humanparalogy.gs.
washington.edu and as a complementary track on http://
genome.ucsc.edu.

Compared with other sequenced vertebrate genomes, three
properties of human segmental duplications emerge (Table 3;
Methods). Human segmental duplications are larger, more inter-
spersed, and show a high degree of sequence identity. Based on
the analysis of 25,318 pairwise alignments, we determined that
86.5% of all duplicated bases are part of alignments that exceed
10 kb in length. A total of 55% of human segmental duplications
are distributed in an interspersed fashion, where the paralogous
pairs are separated by more than 1 Mb or map to nonhomolo-

Duplicate region

All duplication Interchromosomal Intrachromosomal Unique region
Exon density Exon density Exon density Exon density
Count (exon/Mb) Count (exon/Mb) Count (Exon/Mb) Count (Exon/Mb)
EST 68,585 445.4 28,694 422.9 54,496 479.5 745,473 274.9
Known gene 9796 63.4 2964 43.7 7723 68.0 181,068 66.8
RefSeq gene 8776 57.0 2700 39.8 6811 59.9 177,410 65.4

Nonredundant exon clusters of 2,216,993 spliced EST (best placement), 36,164 known genes, and 22,933 RefSeq genes that have intron—-exon
structures are placed in either duplication or unique regions in the human genome. Each transcription unit was only counted once in this analysis. The
duplicate and unique regions in the human genome (May 2004) correspond to 153.99 and 2712 Mb, respectively, while the transcribed portions of
the duplicate and unique regions are 76.78/1328.4 Mb in ESTs, 28.56/871.22 Mb in known genes, and 24.63/847.85 Mb in RefSeq genes.
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gous chromosomes (Table 3). More than 77% (119/154 Mb) of
duplicated bases are part of alignments with >95% sequence
identity. These properties contrast sharply with other sequenced
vertebrate genomes (Table 3). One caveat to this analysis is that
the quality of the various genome sequences differ substan-
tially. Two observations suggest that the observed differences
are biological and not an artifact of assembly. First, assembly of
the human genome based strictly on whole-genome shotgun
sequence (Istrail et al. 2004) shows a similar distribution of
interspersed and tandem duplicates. Second, recent experi-
mental analyses (Bailey et al. 2004b) and finishing efforts of the
mouse genome assembly (E.E. Eichler, unpubl.) confirm the dis-
parity in the relative distribution of interspersed and tandem
duplications seen between human and mouse. It should also be
noted that structural variation has been shown to be significantly
enriched within regions of recent segmental
duplication (lafrate et al. 2004; Sharp et al.

A molecular clock for primate segmental duplications

We sought to establish a molecular clock to determine the evo-
lutionary age of segmental duplications within the human ge-
nome. We first aligned 16.78 Mb of unique noncoding genomic
DNA between human and nonhuman primates. Four different
nonhuman primate species (chimpanzee, macaque, marmoset,
and lemur) were selected, representing different divergence
branch points from the human lineage. We limited our analysis
to high-quality (i.e., finished) sequences derived from bacterial
artificial chromosome (BAC) clones; such sequences were associ-
ated with a known error rate. Using these sequences, we calcu-
lated the genetic distance (substitutions per base pair) from the
human sequence (Fig. 2A; Supplemental Table Sla). Based on
estimated divergence times of each primate (Goodman 1999), we

2005; Tuzun et al. 2005). It has been esti- 25
mated that ~20% of segmental duplications are
polymorphic within the human and chimpan- 20

zee populations (Cheng et al. 2005; Sharp et al.
2005). In the case of human, however, this ef-
fect on our analysis was limited because we
observed a similar pattern from two indepen-
dent measures derived from different human
DNA sources (Celera and public assembly)
(She et al. 2004b). In the case of model organ-

Total aligned bases (Mb)
)

isms, species are highly inbred and it is ex- 5
pected that most duplications would have been
fixed. 0.

We analyzed the divergence of interchro-
mosomal and intrachromosomal align-
ments and plotted the fraction of dupli-
cated bases as a function of the total num-
ber of aligned bases (Fig. 1). Several trends
emerge. First, there is mode at 0.05 sub-
stitutions per site for interchromosomal du-
plications, and this dramatically decreases
by count and by base-pair representation at
lower divergences (Supplemental Fig. S1). Most
of the increase in higher sequence identity
duplications is due to an expansion of intra-
chromosomal duplications. The majority of
intrachromosomally duplicated bases show
<0.03 substitutions per site. These high-
identity duplications significantly outnumber
interchromosomal duplications by count and
by total base pairs (4:1 and 12:1, respectively)
at comparable levels of divergence (Supple-
mental Fig. S1; Fig. 1A). The expansion in-
creases until 0.005 substitutions per site, at
which point the number of intrachromosomal
alignments reduce. This intrachromosomal
expansion of duplications is nonuniformly
distributed among human chromosomes,
largely restricted to nine autosomes and the sex
chromosomes (Fig. 1B). In some cases, as much
as 9.4% or 32.1% of the chromosomes total
base pairs (chromosome 9 and Y, respectively)
arose as a consequence of either recent intra-
chromosomal duplication or gene conversion
events.

Non redundant duplication (Mb)
)
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Distribution of recent segmental duplications in the human genome. (A) Sequence
identity. Interchromosomal (red) and intrachromomal (blue) segmental duplications in the
human genome sequence (May 2004 build) were binned according to their divergence, and
the total number of aligned basepairs was determined. Divergence (K) is calculated as the
number of substitutions per site between the two duplication alignments. (B) Chromosomal
distribution. The distribution of recent segmental duplications is depicted with the color bars
representing different percent identities. The distribution within each chromosome was calcu-
lated as the proportion of pairwise alignments at each percent identity.

Genome Research 579
www.genome.org


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

Downloaded from genome.cshlp.org on June 5, 2026 . Published by Cold Spring Harbor Laboratory Press

She et al.
0.50 T 0.30 — — . .
0.45- Unique Sequence 0.2549 £ 070891 (577) :-: . ~ Dupl:;;t;::stranmtlon T Unique regions ™
i 0.25- . g g
g 040 L s & § 5 é §
= 035 0.1152 £ 0.0543 (1017) t’;.. = @ 8 ©
g . Tt © 0.20 A g ) 2
g 030 3 g s § S = g s
R g +
i . : | 2 g & o 8 2 :
T 0.251 PO T045{ 2 g R 5 = 2
g P g g g8 . ° z s
2 0.20 ¥ 2 = = s . =1 .
E ] E P w [ e S .
g 1 Z0.10 ® = d # .
0.151 0.0591 x 0.0096 (1466) i< o e s PN T
* o S o ST
. =] a 9
0.101 < ! e
. 0.01]4 £ 0.0041 (1592) 32 L. 4 0.05 4 - H .
0.05- . DN " ﬁ . : oot e
0.00- 0.00 - - - -
Chimpanzee Baboon Marmoset Lemur Unique Dup Unique Dup Unique Unique
Chimpanzee Baboon Chimpanzee Baboon
Figure 2. Single nucleotide substitution in unique and duplicated genomic regions. (A) Divergence of unique genomic regions. A scatter plot of

genetic distances (changes/basepair, Kimura two-parameter model) determined from nonoverlapping 3-kb sliding windows for human-chimpanzee
(5.0 Mb), human-baboon (5.0 Mb), human-marmoset (4.0 Mb), and human-lemur (2.8 Mb) sequence alignments. A total of 56 marmoset windows
and 182 lemur windows were >0.50 in Kimura distance and thus not shown. The mean + standard deviation (from the number of windows) are shown
for each comparison based on the number of windows assessed (see Supplemental Table S1a for more details). (B) Divergence of duplicated genomic
regions. Genomic sequence alignments that contain segmental duplications and that transition into unique sequence were examined for divergence
between humans and nonhuman primates (baboon and chimpanzee). Duplicated and unique portions were considered separately in this analysis and
compared with unique regions in A. Duplicated regions show an increase in substitution irrespective of their duplication or unique status based on

alignment to the human genome.

calculated substitution rates ranging from 1.034 + 0.04 x 10~?
for human-chimpanzee comparisons to 2.276 x 10~ substitu-
tions per bp/Mya for lemur-human comparisons. The reduction
in the substitution rate among species more closely related to
human has been noted before and may reflect an increase in
hominoid generation time (Chen and Li 2001; Liu et al. 2003).
These data served as a baseline to approximate the neutral ge-
nomic DNA as a function of divergence. A slower molecular clock
in the humans may also contribute partially to the increase in the
abundance of highly homologous segmental duplications ob-
served for the human/ape genomes (see below).

Estimating the age of duplication events, however, is con-
founded by the propensity for these sequences to undergo gene
conversion (Hurles 2001; Skaletsky et al. 2003; Jackson et al.
2005; Pavlicek et al. 2005). Such homogenization events might
erase patterns of divergence and lead to an underestimation of
the true evolutionary age of the duplication. Alternatively, post-
speciation gene conversion events might serve as a reservoir to
increase substitution rates among orthologous copies. Indeed,
there are several notable examples where the degree of sequence
divergence is incompatible with the estimated timing of the du-
plication based on comparative analyses (Orti et al. 1998; DeSilva
et al. 1999; Shaikh et al. 2001). To address this issue, we selected
17 different duplicons (99 copies throughout the genome) and
assessed whether their divergence (K=0.018 to K=0.043) was
consistent with their estimated time of expansion based on com-
parative FISH and/or hybridization data. Of the duplications that
we investigated, 14/17 showed levels of sequence divergence
consistent with the emergence, as predicted by comparative pri-
mate sequence data (Supplemental Table S2). In one case on
chromosome 15q11, the higher degree of sequence identity was
consistent with apparent large-scale gene conversion. In another
case on chromosome LCR16a, duplications of the same locus had
occurred independently within multiple lineages (E.E. Eichler,
unpubl.). We conclude that gene conversion, while an important
consideration, unlikely accounts for the bulk of high-sequence
identity duplications and does not significantly complicate the

estimated timing of events based on comparative FISH and se-
quence data.

To quantify the substitution rate for duplicated sequence
more precisely, we specifically compared 37 duplicated regions
between human and nonhuman primates (chimpanzee and ba-
boon). We selected BACs containing duplications that were com-
pletely anchored within unique regions of the genome, allowing
for unambiguous determination of orthologous relationships
(Methods). Compared with strictly unique genome sequences,
duplicated regions are significantly more diverged (Fig. 2B;
Supplemental Table S1b). Between chimpanzee and human, we
estimated a 10% increase in the rate of mutation, while an ~25%
increase was observed for orthologous sequence comparisons be-
tween human and baboon.

Several possible explanations might account for the in-
creased substitution rate of duplicated DNA, including CpG bias,
gene conversion, and/or relaxed selective constraint (Chen and
Li 2001). Duplicated regions are known to be generally more
Alu-repeat and GC-rich (Bailey et al. 2003; Jurka 2004). When we
corrected for CpG-bias, the increase in substitution rate was re-
duced by more than one-half for chimpanzee-human compari-
sons. The effect was not as dramatic for more distant baboon-
human comparisons, where it accounted for only 30% of the
increase. We computed the genetic distance for both unique and
duplicated portions of the transition regions. Since duplicated
regions, in theory, could be targets for large-scale conversion
events where paralogous sequence variants could replace or-
thologous variants, thereby creating the appearance of an in-
creased substitution rate, we would expect to see a clear distinc-
tion between unique and duplicated sequences. Surprisingly,
only a slight difference in the substitution was observed. If gene
conversion is responsible for the increase in the observed substi-
tution rate, the boundaries between unique and duplicated DNA
would have had to have shifted among humans and nonhuman
primates. Such a phenomenon, termed “duplication shadowing”
was recently described based on comparisons of the human and
chimpanzee genome (Cheng et al. 2005). Alternatively, a combi-
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nation of CpG mutation and relaxed selective constraint may
contribute to the overall hypermutability of these regions of the
genome.

The human great-ape expansion of segmental duplications

Based on our adjusted molecular clock for duplicated DNA, we
propose the following model for evolutionary expansion of
segmental duplications. Our analyses support a model wherein
interchromosomal duplication activity reached its peak during or
after the separation of Old World monkeys and hominoid lin-
eage (~25 million years [Myr]). During this time, many of the
duplicative transpositions of euchromatic DNA to pericentro-
meric and subtelomeric regions occurred, leading to the com-
plex mosaic organization of euchromatic duplicons now found
near centromeres and telomeres. Intrachromosomal duplica-
tions occurred at a relatively constant rate during this period, but
were typically larger in size than their interchromosomal coun-
terparts and subsequently occupied a slightly greater fraction of
the genome. We predict that ~10 Mya, the ancestral hominid
genome experienced a sudden surge in the number and size of
intrachromosomal duplications. In humans, this expansion was
restricted to 72 gene-rich regions and primarily involved 11 chro-
mosomes. We estimate that ~2 Mya, the number of intrachro-
mosomal duplication events began to decline at least in the hu-
man lineage.

The single most important caveat of this model is that our
predictions are based on the human reference sequence and infer
history based solely on that evolutionary trajectory. Based simply
on the sequence, we cannot, for example, exclude the possibility
that other nonhuman primate species have similarly undergone
independent intrachromosomal expansions. Based on our
model, such expansions are expected to be observed among
great-ape species, but be less common among Old World and
New World monkey species. To estimate the frequency of seg-
mental duplications more directly, we performed FISH analyses
with three nonhuman primates (chimpanzee, macaque, and
marmoset). We randomly selected 384 BACs from each species
and counted the number of clones displaying a multi-site distri-
bution pattern, thereby indirectly providing an estimate of seg-
mental duplication content (Table 4; Supplemental Table S3).
The map position of each locus was determined based on match-
ing the end-sequences of each BAC to positions along the human
reference sequence. Previous cytogenetic and in silico estimates
of segmental duplication in humans revealed that in situ esti-

Table 4. Estimates of primate segmental duplication by FISH analysis

mates are a remarkably accurate indicator of recent duplication
content (Cheung et al. 2001; Bailey et al. 2002).

These FISH analyses augment two important aspects of our
model. First, we observed an increase in the number of segmental
duplications among chimpanzees compared with either baboon
(P =0.0679, Fisher exact test) or marmoset (P = 0.0002) (Table 4).
In fact, the marmoset estimate for segmental duplications (~2%)
is similar to experimental and computational predictions for
other mammals, such as the rat and mouse (Table 3) (Cheung et
al. 2003b; Bailey et al. 2004b; Tuzun et al. 2004). Additional
mammalian genomes of higher quality sequence, however, will
need to be analyzed to definitively assess the significance of this
primate expansion. Second, an examination of the mapped lo-
cations of the chimpanzee segmental duplications revealed that
~30% (10/26) of the duplicated BACs map to corresponding
unique regions in the human genome. This suggests that both
great apes and humans have been predisposed to expansions of
interspersed segmental duplications, and that a significant num-
ber of these will have occurred within different regions of the
genome. These findings of extensive de novo duplication in each
lineage are consistent with the recent analysis of the chimpanzee
genome (Cheng et al. 2005). In addition, both analyses suggest a
trend for increased segmental duplication in the chimpanzee lin-
eage when compared with human.

Our studies establish a baseline for estimating the age of
segmental duplication and predict an elevated primate substitu-
tion rate for duplicated DNA compared with unique noncoding
sequence. Surprisingly, our analyses also show that unique se-
quence-flanking segmental duplications experienced comparable
increases in substitution rate. Evolutionary variability in the
boundaries between unique and duplicated DNA (i.e., duplica-
tion shadowing) may account for this property. We tested for this
effect based on our knowledge of the duplication map of the
chimpanzee genome (Cheng et al. 2005). The increased substitu-
tion rate did not significantly change if we excluded regions in
chimpanzee that showed evidence of duplication shadowing, a
phenomena that genomic sequence adjacent to duplication is
predisposed to new duplication (Cheng et al. 2005). This suggests
that the effect is particular to the region as opposed to being
directly related to duplicated sequence as might be expected if
gene conversion were responsible for the effect (Jackson et al.
2005; Pavlicek et al. 2005).

Our assessment of segmental duplication among three non-
human primates provides the first experimental evidence that
humans and great apes are enriched for interspersed segmental

Species Total Unique Multi-site Duplication BES Placed Human Unique
Chimpanzee (PTR) 362 323 28 7.73% 26 10
Baboon (PHA) 341 296 15 4.39% 14 7
Marmoset (CJA) 350 339 7 2.00% 7 3

Total 1053 958 50

A set of 384 randomly selected, large-insert BAC clones from each of chimpanzee (RPCI-43), baboon (RPCI-41), or marmoset (CHORI-250) libraries were
selected, and 1053 independent FISH hybridizations were performed. Cross-well contamination was eliminated by single-colony isolation and BAC
end-sequence (BES) analysis of all probes. FISH signals were categorized as “unique” or “multi-site” based on the presence of a single signal or multiple
signals for each probe, respectively. We excluded 45 putative centromere clones if FISH signals were centromeric and a-satellite sequence was identified
on either side of the insert (chimpanzee n =11, baboon n = 30, and marmoset n = 4). Only non-alphoid multi-site BACs were used to estimate recent
duplication content and are reported as multi-site. The number of clones that could be placed unambiguously within the human genome assembly is
indicated (BES placed) as well as those that map to regions in the human genome with no evidence of segmental duplication (Human Unique).
Significance was estimated for pairwise species comparisons using the Fisher exact test with P-values (PTR vs. PHA: 0.0679 and PTR vs. CJA: 0.0002 and

PHA vs. CJA: 0.0375).
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duplications compared with other primate lineages. The evolu-
tionary basis for this predilection is unknown, but may be related
to smaller effective population size, adaptation, a slowdown in
the molecular clock, and/or relaxed selective constraints (Li and
Tanimura 1987; Wall et al. 2002; Keightley et al. 2005) during
hominoid evolution. Analysis of duplication content in other
large-bodied mammals with long generation times would help to
address issues regarding population size, and a slowdown in the
molecular clock. A systematic assessment of genes embedded
within duplication regions should shed insight into the role of
adaptive evolution. It will also be worthwhile to investigate the
pattern of single nucleotide and structural polymorphism in the
vicinity of these regions when compared with other less-variable
areas of the genome. Comparisons of patterns of within-species
and between-species variation among different primates will be
essential in distinguishing effects due to population size and re-
laxed selective constraint.

Methods

Segmental duplication analysis

We used a BLAST-based detection scheme (WGAC) (Bailey et al.
2001) to identify all pairwise similarities representing duplicated
regions within the NCBI genome assemblies of human (May
2004), mouse (May 2004), rat (June 2003) and chicken (February
2004). As a control for heterogeneity in the quality of genome
assembly, we previously analyzed the Celera WGSA assembly (Is-
trail et al. 2004; She et al. 2004b), which was assembled using
only whole-genome shotgun sequence. All duplications are
longer than 1 kb with sequence identity >90%, except for rat and
mouse (>5 kb and >90%). Duplications in the human genome
were also identified by another approach using whole-genome
shotgun sequence detection (WSSD) strategy (Bailey et al. 2002).
Divergence estimates, the number of substitutions per site be-
tween the two sequences, were calculated using Kimura’s two-
parameter method, which corrects for multiple events and trans-
version/transition mutational biases (Kimura 1980). Transcript
content of unique and duplicated sequence was compared by
computing the number of exons in each portion of the genome.
Three sets of data were considered, i.e., human ESTs with intron/
exon structure (4.56 million), RefSeq annotated genes (22,933),
and known annotated genes (36,164). Both best-placement and
tied genes/transcripts were distinguished based on BLAT score
criteria (www.genome.ucsc.edu). In cases where a transcript
could be mapped to two or more duplicated locations with equal
score, one location was selected randomly. Exon density was de-
fined as the number of nonoverlapping exons identified within
the region.

Substitution rates

We optimally aligned a total of 16.8 Mb of unique nonhuman
primate genomic sequence and the orthologous human se-
quence, and then calculated the (Kimura) genetic distance in
nonoverlapping 3-kb sliding windows as described (Liu et al.
2003). We examined 51 loci (5.0 Mb/1592 windows) for human-
chimpanzee, 42 loci (5.0 Mb, 1466 windows) for human-baboon,
45 loci (4.0 Mb, 1017 windows) for human-marmoset, and 29
loci (2.8 Mb, 577 windows) for human-lemur genomic sequence
alignments. For duplication boundary regions, we selected 37
finished nonhuman primate BACs (20 for chimpanzee and 17 for
baboon) containing at least 20 kb for both duplication and
unique regions. Alignments were completely anchored within
unique regions of the human sequence to allow for unambiguous

determination of orthologous relationship with the nonhuman
primate sequences.

FISH analysis

A random set of BAC clones (384) was selected from each of
chimpanzee (RP43), baboon (RP41), and marmoset (CH250) ge-
nomic libraries (www.bacpac.chori.org). Isolated single colonies
from each clone were end-sequenced and hybridized to meta-
phase preparations from two unrelated individuals of each spe-
cies. Each clone was then classified as generating unique or
multi-site signals. Multi-site signals were categorized as alphoid if
a-satellite sequences were identified on either side of the hybrid-
izing signal. Non-alphoid multi-site BACs were used to estimate
recent duplication content. The BAC-end sequences were used to
establish the in silico best placement of each clone in the human
genome sequence (build35). In total, 50 BACs yielded multiple
FISH signals (chimpanzee 28, baboon 15, marmoset 7) (Supple-
mental Table S3). Only those BACs where the underlying se-
quence was determined to be duplicated in human were consid-
ered to be concordant. The discordant BACs were further con-
firmed by FISH using human chromosomal spreads.
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