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Recently, the observation of a high-frequency private allele, the 9-repeat allele at microsatellite D9S1120, in all sampled
Native American and Western Beringian populations has been interpreted as evidence that all modern Native Americans
descend primarily from a single founding population. However, this inference assumed that all copies of the 9-repeat
allele were identical by descent and that the geographic distribution of this allele had not been influenced by natural
selection. To investigate whether these assumptions are satisfied, we genotyped 34 single nucleotide polymorphisms
across ;500 kilobases (kb) around D9S1120 in 21 Native American and Western Beringian populations and 54 other
worldwide populations. All chromosomes with the 9-repeat allele share the same haplotypic background in the vicinity of
D9S1120, suggesting that all sampled copies of the 9-repeat allele are identical by descent. Ninety-one percent of these
chromosomes share the same 76.26 kb haplotype, which we call the ‘‘American Modal Haplotype’’ (AMH). Three
observations lead us to conclude that the high frequency and widespread distribution of the 9-repeat allele are unlikely to
be the result of positive selection: 1) aside from its association with the 9-repeat allele, the AMH does not have a high
frequency in the Americas, 2) the AMH is not unusually long for its frequency compared with other haplotypes in the
Americas, and 3) in Latin American mestizo populations, the proportion of Native American ancestry at D9S1120 is not
unusual compared with that observed at other genomewide microsatellites. Using a new method for estimating the time
to the most recent common ancestor (MRCA) of all sampled copies of an allele on the basis of an estimate of the length
of the genealogy descended from the MRCA, we calculate the mean time to the MRCA of the 9-repeat allele to be
between 7,325 and 39,900 years, depending on the demographic model used. The results support the hypothesis that all
modern Native Americans and Western Beringians trace a large portion of their ancestry to a single founding population
that may have been isolated from other Asian populations prior to expanding into the Americas.

Introduction

Despite decades of archaeological, linguistic, morpho-
metric, and molecular research, the details of the peopling
of the Americas remain unresolved. One question that has
received much attention is whether all modern Native
Americans descend from a single migration. The ongoing
interest in this question can partially be attributed to the idea
(e.g., Nichols 1990; Sardi et al. 2005) that multiple migra-
tions could reconcile the large amount of phenotypic, cul-
tural, and linguistic variation that has been observed in the
Americas with the short evolutionary time frame that the
American archaeological record provides (Meltzer 1989).

Although data from classical genetic markers, the mi-
tochondrial genome, and the Y chromosome have alter-
nately been interpreted as supporting a single migration
(e.g., Merriwether et al. 1995; Bonatto and Salzano
1997; Stone and Stoneking 1998), three migrations repre-
sented today by the Eskimo-Aleut, Na-Dene, and Amerind
language families (e.g., Greenberg et al. 1986; Cavalli-
Sforza et al. 1994) or other scenarios involving multiple mi-
grations (e.g., Horai et al. 1993; Karafet et al. 1999; Lell
et al. 2002; Bortolini et al. 2003), recent mitochondrial

DNA (mtDNA), Y chromosome, and autosomal results
suggest that the molecular data are best explained by a single
migration (Merriwether et al. 1995; Bonatto and Salzano
1997; Stone and Stoneking 1998; Silva et al. 2002; Zegura
et al. 2004; Schroeder et al. 2007; Tamm et al. 2007; Wang
et al. 2007; Fagundes et al. 2008). However, there is a dis-
crepancy between reasoning that the data are most parsimo-
niously explained by a single migration and concluding that
the data cannot easily be reconciled with more than one mi-
gration.

Because migration events that did not influence ge-
netic variation in the Americas may have occurred, a related
and more tractable question is whether all contemporary
Native Americans descend from a single founding popula-
tion. That is, do any extant Native American populations
share more recent common ancestry with Asian populations
than with other Native American populations? Strong sup-
port for a single founding population could potentially be
found in a neutral, high-frequency, single-origin, private al-
lele that is widespread across the Americas (Schroeder et al.
2007). The simplest explanation for such an observation
would be that all populations possessing the allele descend
from a single population in which the allele was segregating
(Schroeder et al. 2007). If there had been very large con-
tributions from multiple sources, then either 1) the other
populations would not have contributed the private allele,
in which case it would be difficult to explain the high fre-
quency of the private allele in the present without acknowl-
edging that one population contributed substantially more
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ancestry than the others, or 2) the other populations would
also have contributed the private allele, in which case it
would be difficult to explain why an allele common enough
to be in multiple diverse founding populations would be so
low in frequency or so geographically restricted in modern-
day Asia that it has been lost through genetic drift or has not
yet been sampled.

We have previously suggested that the shortest allele
at tetranucleotide microsatellite locus D9S1120 (also
known as GATA81C04 and GATA11E11), a 9-repeat al-
lele (also referred to as the ‘‘9RA’’ and the ‘‘275-bp allele’’),
is such an allele (Zhivotovsky et al. 2003; Schroeder et al.
2007; Wang et al. 2007). The 9-repeat allele is present at an
average frequency of 35.4% in all 44 sampled Native
American and Western Beringian populations, from the
coast of the Bering Sea to the southern end of Chile, and
is absent from all other populations outside this region, in-
cluding putative Native American source populations in
Asia (Zhivotovsky et al. 2003; Schroeder et al. 2007; Wang
et al. 2007) (fig. 1). In fact, high-frequency, region-specific
alleles, such as the 9-repeat allele at D9S1120, are quite un-
usual: In a worldwide data set of 78 populations and 678
microsatellite loci, the 9-repeat allele was the sole observa-
tion of a region-specific allele with a frequency over 13% in
the region in which it was observed (Wang et al. 2007).
Moreover, the 9-repeat allele has been observed at a fre-

quency of 10% or greater in all of the 44 Native North
and South American and Western Beringian populations
sampled thus far (Zhivotovsky et al. 2003; Schroeder
et al. 2007; Wang et al. 2007). Hence, the distribution of
the 9-repeat allele has been used to support the hypothesis
that all modern Native American populations share more
recent common ancestry with each other than with extant
Asian populations outside of the eastern edge of Siberia
(Schroeder et al. 2007).

Although these results bolster evidence for a single
founding population, it has not been conclusively estab-
lished that sampled copies of the 9-repeat allele are iden-
tical by descent or that the distribution of the allele has
been unaffected by positive selection. The argument that
the 9-repeat allele supports the hypothesis of a single
founding population would be weakened if copies of
the 9-repeat allele are homoplasic due to recurrent muta-
tion at D9S1120 or if the allele has reached high fre-
quency as the result of natural selection. In the case of
homoplasy, the presence of the allele on two chromo-
somes would not necessarily be indicative of shared an-
cestry, and the widespread distribution of the allele would
not necessarily indicate the existence of a shared ancestral
population. In the case of positive selection, rather than
entering the Americas with a single founding population,
the allele could have arisen recently in the Americas and

FIG. 1.—Geographic distribution of the Asian and American populations genotyped for this study. Population identification numbers appear in
supplementary table S1, Supplementary Material online, and in the bar chart, which shows the frequency of n-repeat alleles at D9S1120 in each of the
populations shown on the map. Population frequencies of n-repeat alleles at D9S1120 for the mapped populations are taken from Zhivotovsky et al.
(2003) and Schroeder et al. (2007) except for the Washo and Fox (present study). In the present study, the 9-repeat allele was not observed in the Fox
(sample size of 2).
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rapidly spread among the descendants of multiple found-
ing populations.

Using single nucleotide polymorphisms (SNPs), we
have ascertained ;500 kb haplotypes around the
D9S1120 locus in a worldwide sample of 1,249 individuals
from 75 populations (figs. 1 and 2). We use these data, in
combination with previously collected D9S1120 genotype
data from the same samples, to address the following ques-
tions: 1) Are all sampled copies of the 9-repeat allele iden-
tical by descent or, alternatively, has this mutation arisen
more than once? 2) Is there any evidence that positive se-
lection has influenced the geographic distribution of the
9-repeat allele? 3) Can plausible neutral demographic
models for the peopling of the Americas produce a high-
frequency private allele like the 9-repeat allele? 4) Is there
an identifiable Asian source for the haplotypic background
of the 9-repeat allele? 5) How long ago did all sampled
copies of the 9-repeat allele share a common ancestor?

Our answers to these questions bolster the claim made
on the basis of the distribution of the 9-repeat allele that the
ancestry of Native Americans and Western Beringians de-
rives largely from a single founding population (Schroeder
et al. 2007). We also discuss how our results corroborate the
recently supported hypothesis that this single founding pop-
ulation was isolated from other Asian populations prior to
expansion into the Americas (Tamm et al. 2007; Fagundes
et al. 2008; Goebel et al. 2008; Kitchen et al. 2008).

Materials and Methods
Summary of Data Sets

We integrated existing data from microsatellite
D9S1120 with new data on 51 SNPs spanning a 541.74 kb
region around it (fig. 2A). We genotyped each of 1,249 in-
dividuals in 75 worldwide populations for one of two sub-
sets of these 51 SNPs (figs. 1 and 2A, supplementary tables
S1 and S2, Supplementary Material online). A total of 1,017
samples from 53 Human Genome Diversity Project/Centre
d’Etude du Polymorphisme Humain cell line panel (Cann
et al. 2002) (henceforth ‘‘HGDP’’) populations were geno-
typed for 45 SNPs spanning 541.74 kb around D9S1120; we
refer to this data set as ‘‘HGDP45.’’ A total of 232 samples
from 16 Native American, two Western Beringian, and four
East-Central Asian populations were genotyped for 40 SNPs
spanning 498.58 kb around D9S1120; we refer to this data
set as ‘‘AMAS40.’’ The intersection of the SNP sets consists
of 34 shared SNPs spanning the same 498.58 kb region
around D9S1120; we refer to the data set for these SNPs
as ‘‘WW34.’’ The combined data set of 51 SNPs, which in-
cludes imputed genotypes for those SNPs not genotyped in
both data sets, we refer to as ‘‘WW51.’’

Samples

The HGDP samples (Cann et al. 2002) in HGDP45
are described by Conrad et al. (2006). All samples in
the AMAS40 data set are described by Schroeder et al.
(2007) except for those from two additional populations,
the Washo and Fox, which are described by Smith et al.
(2000). Institutional Review Board approval for research

on all samples in AMAS40 was received from the Univer-
sity of California, Davis; the University of Pennsylvania;
the University of Kansas; the National Institutes of Health;
or the Institute of Molecular Genetics, Russian Academy
of Sciences. The ‘‘Fox’’ sample in the present study is
comprised of a Sauk-and-Fox individual and a Kickapoo
individual; Sauk, Fox, and Kickapoo are considered dif-
ferent dialects of Fox, an Algonquian language (also re-
ferred to as Sauk–Fox–Kickapoo) (Goddard 1978).
Cultural affinity among these tribes is thought to result
from shared history prior to European contact (Callender
1978). The sample size, regional classification, and data
set classification for each population are listed in supple-
mentary table S1, Supplementary Material online. The re-
gional classification we use differs slightly from previous
studies that have used the HGDP (e.g., Zhivotovsky
et al. 2003; Conrad et al. 2006; Wang et al. 2007) in that
we place the Uygur in ‘‘East-Central Asia’’ rather than with
ethnic groups sampled in Pakistan, which we group as
‘‘South Asia.’’ Our East-Central Asia grouping also in-
cludes the Altaian and Mongolian populations in AMAS40
in addition to the populations previous studies have
grouped together in East Asia.

Eighty percent of the samples genotyped in AMAS40
were successfully whole genome amplified (WGAed) to
produce a sufficient quantity of DNA for the genotyping

FIG. 2.—Position, in Mb, on chromosome 9 of SNPs included in this
study and of other landmarks near D9S1120. The position of D9S1120 is
given by the blue double cross. (A) The magenta bars represent SNPs for
which both sample sets were genotyped, the gold bars represent SNPs for
which only HGDP45 was genotyped (image resolution does not allow
for every SNP to be represented by a single bar), and the turquoise bars
represent SNPs for which only AMAS40 was genotyped. The arrows
illustrate the extent of the region for which both data sets (HGDP45 and
AMAS40) were genotyped. The position of the AMH is shown; the red
bracket illustrates the extent of the AMH when SNPs for which only one
data set was genotyped are included (i.e., using data set WW51; see
Methods: Counting Recombination Events in the AMH) and the green
bracket illustrates the extent of the AMH when only SNPs for which both
data sets were genotyped are included (i.e., using data set WW34). (B)
The red blocks show the locations of estimated recombination hot spots
(The International HapMap Consortium 2005) within the genotyped
region. (C) The green blocks correspond to genes with characterized
proteins within 1 Mb of D9S1120.
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performed in this project (supplementary fig. S1, Supple-
mentary Material online); the remaining 20% had sufficient
quantity for genotyping and did not require WGA. Seventy-
five percent of the samples were WGAed by Geneservice
Ltd., United Kingdom, using multiple displacement ampli-
fication (Dean et al. 2002). Five percent of the samples were
WGAed at the Smith Molecular Anthropology Laboratory,
UC Davis, with the GenomiPhi kit from GE Healthcare
(Piscataway, NJ), following the manufacturer’s instruc-
tions, producing 20 ll of WGA product. These samples
were then diluted to 50 ll and cleaned with MicroSpin
G-50 columns (GE Healthcare).

SNP Choice

The SNPs genotyped in the present study and their po-
sitions are illustrated in supplementary table S2, Supple-
mentary Material online. The SNPs in HGDP45 were
chosen to have a high SNP density in the immediate neigh-
borhood of D9S1120, with a lower density farther away
from the microsatellite (see fig. 2A).

Preliminary data from HGDP45 aided us in choosing
SNPs for AMAS40. Two SNPs from HGDP45,
rs11141033 and rs1014690, did not pass the SNPlex design
pipeline, and one SNP, rs17088334, was removed because
preliminary analyses of the HGDP45 data showed it to be in
high linkage disequilibrium (LD) with some of the other
SNPs. Preliminary HGDP45 analysis also showed that
all chromosomes with the 9-repeat allele shared a haplotype
of at least 76.26 kb in length. Because the SNP choice for
HGDP45 consisted of a dense core of SNPs placed symmet-
rically around D9S1120 and the bulk of the shared haplo-
type appeared to be to the left of D9S1120, the SNPs were
widely placed at the estimated left end of the haplotype, and
we were only able to determine the length of the haplotype
with a precision of ;10 kb. Hence, six new SNPs,
rs2841453, rs2841443, rs2592991, rs2593017,
rs12555508, and rs12685505, all to the left of D9S1120,
were chosen to increase the density of SNPs at the estimated
left end of the shared haplotype. Thus, genotyping of a total
of 48 SNPs was attempted for AMAS40.

Genotyping

SNP genotyping for the HGDP45 data set (1,017 sam-
ples) was performed on the Illumina BeadLab 1000 plat-
form simultaneously with the genotyping performed by
Conrad et al. (2006) (supplementary fig. S1, Supplementary
Material online). SNP genotyping for the AMAS40 data set
(297 samples) was performed with the SNPlex Genotyping
System from Applied Biosystems (Foster City, CA) at the

UCLA Sequencing and Genotyping Core Facility (supple-
mentary fig. S1, Supplementary Material online). Because
AMAS40 was genotyped on a different platform, we also
genotyped two HGDP individuals that were genotyped by
Conrad et al. (2006) on the Illumina BeadLab 1000 plat-
form, HGDP 982 (Mbuti Pygmy) and HGDP 1365 (Basque),
on the SNPlex platform at the UCLA Core Facility. This
additional genotyping aided in determining whether there
had been any change in major and minor alleles between
platforms (see Supplementary Methods, Supplementary
Material online). These replicated genotypes were excluded
from AMAS40 for all analyses following phasing.

All the samples in the HGDP45 and AMAS40 data
sets except the Washo and Fox had been previously geno-
typed for D9S1120 (Rosenberg et al. 2002 and Schroeder
et al. 2007, respectively) (supplementary fig. S1, Supple-
mentary Material online). The Washo and Fox were geno-
typed as in Schroeder et al. (2007). In addition, all AMAS40
samples genotyped on the SNPlex platform that had previ-
ously been genotyped for D9S1120 were regenotyped after
being transferred to plates in preparation for SNP genotyp-
ing. This was done so that the potential mislabeling of any
samples during the transfer might be detected and so that the
inference of false haplotypes could be prevented.

Data cleaning, merging of HGDP45 and AMAS40,
and phasing are described in the Supplementary Methods,
Supplementary Material online. Following data cleaning,
merging of HGDP45 and AMAS40, phasing, and the re-
moval of three samples with haplotypes that were likely
the result of SNP genotyping error, allelic dropout at
D9S1120, or error introduced during WGA (see Supple-
mentary Methods, Supplementary Material online), our fi-
nal data sets are as follows: AMAS40—232 individuals
from 22 populations with genotypes for 40 SNPs and
one STR; HGDP45—1,017 individuals from 53 popula-
tions with genotypes for 45 SNPs and one STR;
WW34—1,249 individuals from 75 populations with gen-
otypes for 34 SNPs and one STR; WW51—1,249 individ-
uals from 75 populations with genotypes for 51 SNPs and
one STR (and genotypes imputed for a minimum of 11
SNPs for samples from AMAS40 and six SNPs for samples
from HGDP45) (see supplementary fig. S1 and Supplemen-
tary Methods, Supplementary Material online).

Genotype Visualization

We created figure 3 with the WW34 phased data using
an approach similar to that of the Visual Genotypes soft-
ware package (Nickerson et al. 1998; Rieder et al.
1999). All Native American and Western Beringian sam-
ples were used to determine ‘‘Common’’ and ‘‘Rare’’ al-
leles, but for convenience, only samples homozygous for

!
FIG. 3.—Visual genotypes (data set WW34), clustered by population, for individuals either homozygous or heterozygous for the 9-repeat allele.

Each row represents an individual and each column represents a SNP, with the SNP position (NCBI Build 35) labeled above the plot. At each SNP, the
‘‘common’’ and ‘‘rare’’ alleles were determined with respect to all sampled Native Americans and Western Beringians. The color in each cell represents
the genotype for an individual at that SNP: homozygous for the common allele (blue), homozygous for the rare allele (yellow), or heterozygous (red).
D9S1120, located at 85,321,417 bp and highlighted with the blue box, was coded as biallelic (presence or absence of the 9-repeat allele). At most, two
heterozygous individuals per population are shown. Samples with the recombinant haplotypes are marked with green asterisks.
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the 9-repeat allele and a maximum of two samples per pop-
ulation heterozygous for the 9-repeat allele are shown
in figure 3. For this analysis, D9S1120 was coded as bial-
lelic based on the presence or the absence of the 9-repeat
allele.

Selection

Two haplotype properties that are inherently con-
nected are the length of a haplotype and the frequency
of that haplotype. Long haplotypes tend to have lower fre-
quencies than short haplotypes. Following phasing, we no-
ticed that 90.5% of chromosomes with the 9-repeat allele
share a 76.26 kb haplotype that we call the ‘‘American
Modal Haplotype’’ (AMH) (figs. 2A, 3, and 4). To assess
whether the AMH is unusually long for its frequency, we
analyzed data from five Native American populations in the
present study (Pima, Maya, Piapoco, Karitiana, and Surui),
which were previously genotyped for 2,834 SNPs in 32 au-
tosomal regions, each about ;330 kb in length (Conrad
et al. 2006). Excluding gap regions 30–32 (Conrad et al.
2006) and including the region surrounding D9S1120
(HGDP45 data set), we followed the procedure of Jakobsson
et al. (2008), which computes the length of every observed
haplotype and its corresponding frequency without using
predefined window sizes of haplotype length, to obtain a bi-
variate distribution of haplotype length and frequency for
30 regions across the genome (fig. 5). To adjust for sample
size differences across groups, we used 124 randomly cho-
sen chromosomes (sampled without replacement).

To examine the possibility that selection favoring Na-
tive American alleles at D9S1120 could have occurred dur-
ing the formation of admixed populations in the Americas,
we considered genotypes of 678 microsatellites in 249 ad-
mixed individuals from Central and South America (Wang
et al. 2008). These data were analyzed together with the
corresponding genotypes of 160 Europeans and 463 Native
Americans (Wang et al. 2007). This set of Native Americans
excludes the Chipewyan, Cree, and Ojibwa populations re-
ported by Wang et al. (2007). For each of 13 admixed pop-
ulations represented, as well as for the combined set of 249
admixed individuals, we estimated the Native American an-
cestry at each locus using maximum likelihood (Millar
1987), treating the full samples of Europeans and Native
Americans as ancestral populations. For any allele present
in at least one individual in the admixed group under con-
sideration but not present in both of the putative ancestral
populations, for each ancestral population that did not pos-
sess the allele, a single copy of the allele was artificially
added to that ancestral population. Sample allele frequencies
were then obtained for Europeans and Native Americans and
were treated as true allele frequencies for use in the maxi-
mum likelihood inference of the Native American ancestry
proportion, assuming Hardy–Weinberg equilibrium in each
admixed population. Maximum likelihood estimates were
obtained numerically. Similar results to those shown were
obtained in each of several variations of the analysis, for ex-
ample, including the 67 Chipewyan, Cree, and Ojibwa indi-
viduals, omitting modification of allele frequencies of zero,
or including a third African ancestral population based on 69
Bantu, Mandenka, and Yoruba samples.

Neutral Demographic Simulations

We simulated data under a variety of population diver-
gence models (fig. 6) with ms (Hudson 2002), a program
that uses the coalescent to generate samples under a neutral
Wright–Fisher model. We then analyzed the data to deter-
mine whether any high-frequency private alleles with geo-
graphic distributions similar to that observed for the
9-repeat allele were produced. Given a particular demo-
graphic model, we simulated data that mimicked the cumu-
lative sampling of D9S1120 in Schroeder et al. (2007) and
Zhivotovsky et al. (2003), that is, we simulated a sample of
740 ‘‘Asian’’ and 972 ‘‘American’’ chromosomes. Also
mimicking the sampling in Schroeder et al. (2007) and
Zhivotovsky et al. (2003), we considered 24 Asian popula-
tions and 20 American populations for the models with pop-
ulation substructure; here, we treated the sampled Western
Beringian populations as American. We performed the
simulations conditional on producing exactly 9,346 inde-
pendent variable sites, each with exactly two segregating
alleles. This condition was based on the previous observa-
tion that the 9-repeat allele was the sole high-frequency pri-
vate allele present in all five sampled Native American
populations in a data set of 9,346 distinct alleles at 783
microsatellites (Rosenberg et al. 2005).

For each model, we recorded the fraction of simula-
tions (among 1,000) that produced one or more high-
frequency private alleles in the Americas (table 2). Our
criteria for a ‘‘high-frequency private allele’’ were devel-
oped to capture the salient features of the distribution of
the 9-repeat allele, as reported by Schroeder et al. (2007)
and Zhivotovsky et al. (2003). That is, we characterized
an allele as a high-frequency private allele if it had fre-
quency 0% in Asia and frequency greater than or equal
to 30% in the Americas, or, for models with population sub-
structure, if it had frequency between 10% and 97%, inclu-
sive, in every subpopulation in the Americas, and equal to
0% in every subpopulation in Asia, as had been observed
for the 9-repeat allele.

We simulated data under five different major scenar-
ios, A through E, for the split of Native Americans from
Asians (fig. 6). Models A through C, which consider pan-
mictic Asian and American populations, are as follows: A)
population split with two equal-size descendant populations
(Asia and America), B) population split with American Ne/
Asian Ne equal to 0.15 at the time of the split (TAs/Am), and
C) population split with American Ne/Asian Ne equal to
0.02 at TAs/Am, followed by population growth such that
American Ne/Asian Ne is equal to 0.15 at the present
(T0). Models D and E are the same as models B and C, re-
spectively, except that they include population substructure
in Asia and in America.

For all models, we simulated data under different split-
ting times for Asia and the Americas (1,001, 740, and 500
generations ago), and for models D and E, we simulated
data under different splitting times for subpopulations
‘‘within’’ Asia and the Americas (295, 195, and 75 gener-
ations ago). All results in units of generations assume a cur-
rent effective population size of 9,000 for Asia. The
ancestral effective population size is equal to the size of
the Asian population at the time of the split.
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We also simulated migration among the subpopula-
tions for models D and E using both an island model
and a stepping-stone model. For gene flow under the island
model, 5% of each subpopulation consists of migrants from
all other subpopulations each generation; because there are
24 Asian subpopulations and 20 American subpopulations,
5%/23 of each Asian subpopulation consists of migrants
from any other given Asian subpopulation each generation,
and 5%/19 of each American subpopulation consists of mi-
grants from any other given American subpopulation each
generation. Under the island model, when gene flow occurs
between an Asian and an American subpopulation, one
American subpopulation exchanges migrants with one
Asian subpopulation at the rate of 0.0022 and does not ex-
change migrants with one of the other American subpopu-
lations. The same is true for one Asian subpopulation. For
gene flow under the stepping-stone model, 5% of each sub-
population is comprised of migrants from the two adjacent
subpopulations each generation. For each of the four border
subpopulations (two subpopulations each in Asia and in the
Americas have only a single neighboring subpopulation
within their respective ‘‘continents’’), only 2.5% of the sub-
population is composed of migrants from the single adja-
cent subpopulation each generation. When gene flow
occurs between Asia and the Americas, one Asian border
subpopulation and one American border subpopulation ex-
change migrants at the rate of 0.0022 each generation.

Hey (2005) estimated parameters for neutral ‘‘isolation
with migration’’ (IM) models using genetic data from Asia
and the Americas. IM models describe an initial split into
two descendant populations followed by migration between
the populations; these models are similar to models B and C
above but with migration between Asia and the Americas
following the initial split. To investigate whether the demo-
graphic values for the peopling of the Americas estimated
by Hey (2005) can produce a high-frequency private allele,
we simulated data with ms. We refer to Hey’s constant pop-
ulation size IM model with an early split as ‘‘HA’’ and the
same model with a late split as ‘‘HB,’’ and we refer to the
changing-population-size IM model with an early split as
‘‘HC’’ and the same model with a late split as ‘‘HD.’’ Using
the same sampling scheme as in models A–C above, we
simulated data under models HA–HD, using the population
sizes (current and at the time of the split), splitting times,
and gene flow rates between Asia and the Americas esti-
mated by Hey (2005) under each model. We then deter-
mined how frequently the simulations produced data that
met our criteria for a high-frequency private allele.

All commands used in ms are available from the
corresponding author upon request.

Counting Recombination Events in the AMH

We required a point estimate of the number of recom-
bination events in the AMH for use in estimating the time to
the most recent common ancestor (TMRCA) of the 9-repeat
allele. For this analysis, we used WW51, which incorpo-
rates imputed genotypes at two SNPs in the AMH for
HGDP45 and at one SNP for AMAS40, because the stra-
tegically denser SNP placement in AMAS40 gives us

a more precise estimate of 82.786 kb for the length of
the AMH. Seventeen chromosomes with the 9-repeat allele
do not have the full AMH. In addition to recombination,
genotyping error, phasing error, and SNP mutation could
result in a 9-repeat allele without the AMH. Recurrent mu-
tation at D9S1120 to the 9-repeat allele could also result in
a 9-repeat allele without the AMH, but this seems less likely
given the rarity of 10- and 11-repeat alleles and the obser-
vation that all non-AMH haplotypes with the 9-repeat allele
can be explained easily as recombinants. We used the fol-
lowing criteria for counting recombinants within the AMH:
A haplotype was only counted as the result of a recombina-
tion event if at least one of the following two conditions
held: 1) It differed from the AMH at two or more SNPs;
2) two or more samples shared the same haplotype. Using
these criteria, we counted four distinct non-AMH haplo-
types (table 4) that could have resulted from recombination.
Four potential recombination events are uncounted because
they only occur on one sample and only differ from the
AMH by one SNP. For one of the 17 chromosomes, the
9-repeat allele genotype at D9S1120 is imputed; however,
this same recombinant is seen on other chromosomes, so
this imputation does not affect our count. Hence, using
the above criteria, our conservative estimate for the recom-
bination count is four, and our nonconservative estimate,
without the above criteria, is eight. Using WW51 rather
than WW34 for the AMH does not change our conservative
recombination count. With WW34, our nonconservative es-
timate is six, rather than eight.

To determine whether our criteria would correctly
identify genotyping errors and to study how different error
rates would affect our count of recombination events, we
changed each genotype in the raw WW34 data set with
a probability of 0.001, 0.005, or 0.01, and then rephased
the data and counted the number of recombination events
using the same criteria as above. For each error rate, we
repeated this procedure 10 times.

For the three error rates, we observed the following
mean numbers of recombination events before and after ap-
plying our recombination–counting criteria: 0.001: 9.8, 7.3;
0.005: 12.0, 8.7; and 0.01: 13.1, 10.4. On average, our re-
combination–counting criteria decreased the recombination
count by about three events potentially caused by intro-
duced errors: 0.001: 2.5, 0.005: 3.3, and 0.01: 2.7.

Age Estimate

We introduce a new method for estimating the
TMRCA of all sampled copies of a new allele using hap-
lotypic data in the neighborhood of the new allele (fig. 7).
Given an estimate of the number of recombination events in
the sampled chromosomes (Ê) and an estimate of the re-
combination rate in the haplotype upon which the allele
arose (r̂), we estimate the length (L) in generations of
the intra-allelic genealogy (i.e., the sum of all branch
lengths in the genealogy) for the haplotype since the
TMRCA as L̂5Ê=r̂. Conditional on our best demographic
models, we then estimate the relationship between the ge-
nealogy length and the height of the MRCA (i.e., the sum of
all branch lengths from a terminal tip to the MRCA) of all
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sampled alleles. Under a particular demographic model, we
use the coalescent to simulate data for one segregating site.
If the geographic distribution of the simulated mutation is
similar (here, according to the criteria specified in Methods:
Neutral Demographic Simulations) to that of the real muta-
tion, then the length and height of the intra-allelic geneal-
ogy are recorded for that mutation (since the TMRCA of
sampled copies). This procedure is repeated until the length
and height of 10,000 genealogies have been recorded. For
our point estimate of the length of the intra-allelic geneal-
ogy since the TMRCA, we then have a distribution of ge-
nealogy heights or a distribution of times for the MRCA of
copies of the allele.

For this analysis, we used WW51 as detailed above in
the section Methods: Counting Recombination Events in
the AMH. We averaged the estimated recombination rates
between all SNPs from the Phase I HapMap data (The
International HapMap Consortium 2005) (downloaded
from http://www.hapmap.org/downloads/recombination/
2005-06_16a_phaseI/) to arrive at an estimate of
0.5554549 cM/Mb in the 82.786 kb AMH. This estimate
gives us a rate of r̂ 5 0.01 � 0.5554549 � 0.082786 re-
combination events in the AMH per generation. Using
our conservative estimate of Ê 5 4 recombination events
in the AMH since the MRCA of the 9-repeat allele, we
calculated a point estimate of the length of the intra-allelic
genealogy for the 9-repeat allele on the AMH as
L̂54=0:0004598389 or 8,699 generations.

Conditional on each of our best demographic models,
we estimated the relationship between genealogy length
and height since the MRCA of the AMH with the 9-repeat
allele. Our criterion for choosing the best demographic
models was the frequency of simulations with exactly
one high-frequency private allele. From here on, ‘‘best de-
mographic models’’ and ‘‘best models’’ refers to the
15 models listed in table 5; these are the models in table
2 that produced exactly one private allele per simulation
for 5% or more of the simulations. Under each of the best
demographic models, data for one segregating site were
simulated with the program ms (Hudson 2002). To deter-
mine whether an allele was private, we used the same cri-
teria as in the section Methods: Neutral Demographic
Simulations. This procedure was repeated until the height
and length of 10,000 intra-allelic genealogies with private
alleles were collected for each of the models. Partitioning
intra-allelic genealogy lengths into 500-generation bins, we
ascertained a distribution of intra-allelic genealogy heights
since the TMRCA under each model by inclusion of all in-
tra-allelic genealogies with lengths between 8,501 and
9,000 generations, inclusive.

Results
American Modal Haplotype

The 9-repeat allele was present on 179 of the sampled
chromosomes, at a frequency of 30.3% in the pooled
American and Western Beringian populations. In the Washo
and the Fox, the 9-repeat allele was observed at frequencies
of 38.9% and 0%, respectively (note that the Fox sample has
size two). We noticed that all but three samples homozygous

for the 9-repeat allele shared the same alleles at multiple
SNPs on both sides of D9S1120 (fig. 3); the three exceptions
were later determined to have resulted from error and were
excluded from figure 3 and from further analysis (see Sup-
plementary Methods, Supplementary Material online).
Moreover, the SNP genotypes of the samples heterozygous
for the 9-repeat allele were compatible with the possibility
that almost all chromosomes with the 9-repeat allele shared
the same haplotype around D9S1120 (fig. 3). Following
haplotype inference, we observed that 90.5% of 179 chromo-
somes with the 9-repeat allele shared an identical 76.26 kb
SNP haplotype (WW34), the ‘‘AMH’’ (fig. 2A). The AMH
lies immediately between two estimated recombination hot
spots (The International HapMap Consortium 2005) (fig. 2A
and B). The left end of the AMH is less than 6 kb from the
right end of the closest hot spot, and the right end of the AMH
is less than 1 kb from the closest hot spot. D9S1120 itself is
located 8.53 kb from the right end of the AMH.

In the same 76.26 kb window, we observed seven dis-
tinct non-AMH haplotypes on 17 chromosomes with the
9-repeat allele (supplementary table S6, Supplementary
Material online). These 17 chromosomes were sampled
in populations from diverse geographic and linguistic back-
grounds: Koryak, Inuit, Dogrib, Chippewa, Washo, North-
ern Paiute, Cherokee, Jemez, and Apache. The haplotypes
these chromosomes carry appear to result from recombina-
tion events within the AMH. One haplotype occurs on 11 of
these chromosomes. Each of the other six haplotypes was
only observed on one chromosome. Six of the seven non-
AMH haplotypes are identical to the AMH on one side of
D9S1120. The one haplotype, observed on a single chro-
mosome, which differed from the AMH on both sides of
D9S1120 still shares an identical core of 59.6 kb with
the AMH. Hence, we conclude that it is likely all sampled
copies of the 9-repeat allele descend from a single mutation
that occurred on a chromosome with the AMH, and that
recombination events within the AMH have since created
the additional haplotypes associated with the 9-repeat allele.

Distribution and Origin of the AMH

Outside the Americas and Western Beringia, the AMH
is present on 7.44% of chromosomes. Pooling all popula-
tions in the Americas and Western Beringia, the frequency
of the AMH is 39.30%. The dramatically higher frequency of
the AMH in populations possessing the 9-repeat allele is con-
sistent with the high frequency of the 9-repeat allele in these
populations and with the presence of the 9-repeat allele on
the AMH (fig. 4A). Elsewhere, the AMH is most frequent in
South Asia (12.63%). In Eurasia, the AMH is least common
in East-Central Asia (which excludes Western Beringia)
(5.79%) while being almost twice as frequent in Europe
(9.54%) and in the Middle East (9.47%). The AMH was
only observed on a single chromosome in Africa, in the
Mandenka population, and it was not observed in Oceania.

Worldwide, the AMH is generally associated with
the common alleles at D9S1120 (fig. 4B) which, unlike
the 9-repeat allele, lie at the high end of the allele size range.
The single 10-repeat allele at D9S1120 that was observed
in our sample, in the Maya, occurs on the AMH. Two
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chromosomes in WW34, sampled in the Chippewa and the
Northern Paiute, have the same 498.58 kb haplotype as the
10-repeat allele. Both of these chromosomes also have
the 9-repeat allele at D9S1120. This pairing suggests that
the 10-repeat allele resulted from a single-step expansion of
the 9-repeat allele on the AMH. No 11- or 12-repeat alleles
on the AMH were observed in the Americas, Western
Beringia, or East-Central Asia. Hence, it is likely that
the 10-repeat allele in the Maya individual is the only sam-
pled allele that descends from the 9-repeat allele.

In South Asia, the AMH occurs with the 12-repeat al-
lele in five of the eight sampled populations. The 12-repeat
allele is the shortest allele outside of the Americas and
Western Beringia with a worldwide frequency greater than
1%; it is also the only allele shorter than 14 repeats, aside
from the 9-repeat allele, with a worldwide frequency greater
than 1% (14-repeat: 2.92%, 13-repeat: 0.60%, 12-repeat:
1.76%, 11-repeat: 0.20%, and 10-repeat: 0.04%). Because
no 11-repeat alleles in association with the AMH were sam-
pled in this study, within the limits of our sampling, the
12-repeat allele is the shortest allele that could have been
ancestral to the 9-repeat allele. It is possible that a longer
allele was ancestral to the 9-repeat allele. However, large
multistep mutations occur less often than smaller multistep
mutations. In a pedigree-based study of 236 mutations at 122
tetranucleotide loci, Xu et al. (2000) observed 115 one-step
contractions, eight two-step contractions, five three-step
contractions, and no contractions greater than three steps.

In addition, given the frequencies of co-occurrence
with the AMH for alleles of various sizes, if a 12-repeat allele
were to mutate, the probability is greater that the new muta-
tion would be on the AMH compared with the corresponding
probability for a mutation occurring at a longer allele. Of

chromosomes with the 12-repeat allele, 25.00% also had
the AMH, whereas 18.75% of 19-repeat alleles and
14.64% of 14-repeat alleles occurred on the AMH. For all
other sizes greater than 12 repeats, less than 10% of alleles
occurredon theAMH.Chromosomeswithboth the12-repeat
allele and the AMH were observed in groups sampled in
Pakistan (Balochi, Brahui, Burusho, Pathan, and Sindhi)
and in the Near East (Palestinians). One other haplotype
was as frequently associated with the 12-repeat allele as
the AMH; it was observed in the Brahui, French, Russian,
Tuscan, and Mozabite populations. Only one haplotype
with the 12-repeat allele was shared between Asia and the
Americas; this haplotype was observed in the Aleut, Dogrib,
Mongola (Outer Mongolia), and Pathan populations.

To summarize these findings, aside from a single 10-
repeat allele, the 12-repeat allele was the shortest allele in
our sample co-occurring with the AMH. In addition, the
AMH reaches its highest frequency in association with the
12-repeat allele (aside from in association with 9- and 10-
repeat alleles). Because STR contractions greater than three
steps are less likely than three-step contractions (Xu et al.
2000), we therefore view the 12-repeat allele as the most
likelyancestor for the9-repeatallele.Given that the12-repeat
allele on the AMH is most frequent and widespread in South
Asia, the mutation that resulted in the 9-repeat allele possibly
occurred inanancientpopulation that shared relativelyrecent
ancestry with the ancestors of modern South Asians.

Possible Selection Near D9S1120

The unusual distribution of the 9-repeat allele raises
the possibility that the region of the genome in which

FIG. 4.—Frequency of n-repeat alleles at D9S1120 on the AMH and frequency of the AMH in (A) Native American and Western Beringian
populations and in (B) Asian populations. Only populations in which the AMH was observed are shown. The overall height of the bars represents the
total frequency of the AMH by population. Note that because samples missing .20% data were removed, the final AMAS40 data set contains only one
chromosome sampled from the Jemez with the 9-repeat allele (which does not have the full AMH) and no chromosomes sampled from the Sioux with
the 9-repeat allele.
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D9S1120 is located has been the target of natural selection.
Weexaminedthepropertiesof theAMHinNativeAmericans
and the estimated Native American ancestry at D9S1120
in Latin American mestizo populations for signatures of
selection.

Had an incomplete selective sweep near D9S1120
caused the 9-repeat allele to rapidly increase in frequency,
then we would expect 1) an increase in the frequency of the
AMH both for 9-repeat allele-bearing and for non-9-repeat
allele-bearing chromosomes in the Americas and Western
Beringia (excepting the case in which the 9-repeat allele
was selected itself and the case in which the 9-repeat allele
and a beneficial variant arose on the same chromosome) and
2) the AMH to be long relative to other haplotypes of sim-
ilar frequency in the Americas. In regards to the first expec-
tation, we observed that although the frequency of the
AMH for 9-repeat chromosomes in the Americas and West-
ern Beringia was 90.50%, the frequency of the AMH for
non-9-repeat allele chromosomes in the Americas and
Western Beringia was only 11.90%, similar to that ob-
served in South Asia (12.63%).

To determine whether the AMH is long relative to
other haplotypes of similar frequency in the Americas,
we analyzed a bivariate distribution of haplotype length
and frequency in five Native American populations also
in the present study (Pima, Maya, Piapoco, Karitiana,
and Surui) for 30 regions across the autosomes (data from
Conrad et al. 2006). The 76.26 kb AMH was observed at
a frequency of 54% in the five Native American popula-
tions (pooled) in the HGDP45 data set. A haplotype of this
length at a frequency of 54% was not unusual in the five
pooled Native American populations (fig. 5). In the Amer-

icas, haplotypes as long or longer, at frequencies as high or
higher, were observed in 16 of the 30 regions. (Data for the
same 30 autosomal regions were also available for 48
other HGDP populations [Conrad et al. 2006], and we an-
alyzed the data from the African populations in the same
manner. In comparison, because African populations have
lower levels of LD than Native Americans [Conrad et al.
2006; Jakobsson et al. 2008], such an observation was less
common in African populations, where only six of the 30
regions had haplotypes at least as long and at least as fre-
quent as the AMH in the Americas.) Based on the lack of
an increase in the frequency of the AMH in association
with non-9-repeat alleles, and judging from the length
and frequency of the AMH in comparison with other hap-
lotypes across the genome, we conclude that there is no
evidence of a selective sweep in this region of the genome
in Native Americans.

Analysis of ancestry proportions in admixed popula-
tions offers another approach for evaluating whether the
distribution of the 9-repeat allele has been affected by re-
cent selection. If a variant in the vicinity of D9S1120 was
favored during the post-Columbian formation of admixed
populations in the Americas, then, following Tang et al.
(2007) and Basu et al. (2008), the level of Native American
ancestry at D9S1120 would be comparatively higher than at
other loci in the genome. Considering genomewide micro-
satellite data in 13 admixed populations from Central and
South America (Wang et al. 2008), we find that although all
13 populations possess the 9-repeat allele at D9S1120, in-
dicative of partial Native American ancestry, the estimated
level of Native American ancestry at D9S1120 is typical of
the values observed across the 678 loci considered (table 1).

FIG. 5.—Joint distribution of haplotype length and frequency for the five Native American populations in the HGDP. The x-axis represents
frequency, indicated by number of chromosomes observed for a given haplotype in a sample of 124 chromosomes (each ‘‘box’’ combines the numbers
of observations for two values of the number of chromosomes), truncated at 12 chromosomes. The y-axis represents haplotype length, and the z-axis
represents density of haplotypes of specific length and frequency. A heat map of the density is shown on a logarithmic scale below the histogram. The
red line shows the length and frequency of the AMH in the HGDP Native American populations.
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Thus, no signal of selection near D9S1120 during the ad-
mixture process is apparent.

Neutral Demographic Models

To determine whether plausible neutral models for the
peopling of the Americas can produce a high-frequency pri-
vate allele, we used the coalescent as implemented in the
program ms (Hudson 2002) to simulate data under a variety
of neutral population divergence models (fig. 6) and then
analyzed the data to determine whether any high-frequency
private alleles in the Americas were produced. For the sim-
plest demographic scenario, model A (in which an ancestral
population splits into two equal-sized populations, corre-
sponding to Asia and the Americas), high-frequency private
alleles occurred less than 1% of the time. Model B (which
incorporates a smaller effective population size in the
Americas, reflecting a bottleneck) and model C (which in-
corporates a smaller effective population size in the Americas
followed by population growth) produced far more private
alleles in the Americas than have been observed (i.e., in
a data set of 9,346 distinct alleles at 783 microsatellites,
the 9-repeat allele was the only high-frequency private al-
lele in all five sampled Native American populations;
Rosenberg et al. 2005). For a given population splitting
time, model C produced a higher frequency of simulations

with private alleles than did model B. Older population
splitting times resulted in an increase in the frequency of
private alleles for all three models.

Several studies have shown that significant interpop-
ulation differentiation exists in the Americas (e.g., Deka
et al. 1995; Urbanek et al. 1996; Novick et al. 1998; Salzano
and Callegari-Jacques 2006; Wang et al. 2007). Therefore,
we used additional models (D and E) that took this feature
into consideration are similar to models B and C except
that they incorporate population substructure in hypothet-
ical Asian and American populations; model D includes
a bottleneck at the time of the split between Asia and
the Americas, and model E includes a bottleneck at the time
of the split followed by population growth. For models D
and E, within each simulated continent, we simulated both
stepping-stone gene flow, that is, subpopulations are orga-
nized linearly and exchange migrants only with adjacent
subpopulations, and island gene flow, that is, all subpopu-
lations receive migrants at the same rate from every other
subpopulation.

Considering models with a population bottleneck in
the Americas (models B and D), the more realistic addition
of population substructure (i.e., model D) increased the fre-
quency of simulations with private alleles; this effect was
stronger when gene flow among subpopulations occurred
according to the stepping-stone model. For models with
a bottleneck and subsequent population growth (models

Table 1
Estimated Native American Ancestry in 13 Latin American Mestizo Populations

Group

Frequency of
the 9-Repeat

Allele at D9S1120

Mean Estimated
Native American

Ancestry across Loci
(Standard Deviation)

Estimated Native
American Ancestry

at D9S1120

Proportion of Loci with
Estimated Native American

Ancestry Less Than or
Equal to That of D9S1120

Catamarca 0.036 0.444 (0.311) 0.106 0.190
Cundinamarca 0.211 0.506 (0.271) 0.625 0.673
CVCR 0.175 0.335 (0.268) 0.462 0.705
Medellin 0.025 0.310 (0.265) 0.064 0.227
Mexico City 0.079 0.410 (0.270) 0.229 0.283
Oriente 0.211 0.528 (0.271) 0.532 0.488
Paposo 0.250 0.542 (0.300) 0.689 0.662
Pasto 0.132 0.546 (0.278) 0.365 0.249
Peque 0.275 0.567 (0.310) 0.768 0.699
Quetalmahue 0.175 0.494 (0.317) 0.436 0.425
RGS 0.050 0.262 (0.240) 0.143 0.378
Salta 0.211 0.667 (0.278) 0.591 0.348
Tucuman 0.105 0.331 (0.261) 0.265 0.422
Combined admixed sample 0.151 0.454 (0.131) 0.422 0.370

FIG. 6.—Schematics of the demographic models used for the coalescent simulations: (A) population split with two equal-size descendant populations
(Asia and America), (B) population split with NAs/NAm equal to 0.15 at TAs/Am, and (C) population split with NAs/NAm equal to 0.02 at TAs/Am, followed
by population growth such that NAs/NAm equals 0.15 at T0. Models D and E are the same as models B and C, respectively, but include population
substructure in Asia and in America. For D and E, the number of populations pictured is not representative of the number used in the simulations
(24 Asian populations and 20 Native American/Western Beringian populations, following the sampling of Zhivotovsky et al. 2003; Schroeder et al.
2007). Abbreviations: NAs, effective population size of Asia; NAm, effective population size of America; T0, present time; TAs/Am, time of population split
into Asia and America; TSp, time of split into subpopulations within Asia and within America.
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C and E), the addition of population substructure (i.e.,
model E) decreased the frequency of simulations with pri-
vate alleles, regardless of whether gene flow occurred ac-
cording to the stepping-stone or island model. This effect
was weaker for the island model and for more recent sub-
population splitting times under the stepping-stone model.
The average population frequency of private alleles for
models D and E, around 50%, was higher than the observed
average population frequency of the 9-repeat allele, 35.4%,
based on data from Zhivotovsky et al. (2003), Schroeder
et al. (2007), and Wang et al. (2007). The average popula-
tion frequency of private alleles decreased with the addition
of gene flow between Asia and the Americas, as did the
number of simulations with private alleles, the average
number of private alleles per simulation, and the variance
among subpopulations in the frequency of private alleles.
For models D and E, increasing the strength of the bottle-
neck such that the effective size of the Americas was 10%
of the effective size of Asia, rather than 15%, slightly re-
duced the frequency of simulations with private alleles
and the mean number of private alleles per simulation.
However, it increased the frequency of simulations with ex-
actly one private allele when gene flow followed the island
model.

To determine the models most likely to produce data
similar to our observation of the 9-repeat allele, we en-
forced a more stringent criterion: the frequency of simu-
lations produced with exactly one private allele out of
9,346 alleles. Eighteen percent of all the models listed
in table 2 produced simulations with exactly one private
allele 5.0% of the time or more. Most of the best models as
determined by this criterion were variants of model E;
none included gene flow between Asia and the Americas.
The best model, according to this criterion, produced sim-
ulations with exactly one private allele 11.0% of the time.
This model is a variant of model E (island model within
Asia and the Americas, no gene flow between Asia and the
Americas), with an Asia/America splitting time of 500
generations ago and a subpopulation splitting time of
295 generations ago.

Neutral Demographic Models Based on the Analysis of
Hey (2005)

In another analysis of similar purpose, Hey (2005) es-
timated parameters for neutral ‘‘IM’’ models using genetic
data from Asia and the Americas. The results from Hey’s
analysis were particularly interesting because of the small
effective population size, around 70 individuals, estimated
by Hey for the initial founding population. Following the
same sampling scheme as above and using the demographic
quantities estimated by Hey (2005), we simulated data with
the program ms (Hudson 2002) under models HA–HD
(constant size and early split, constant size and late split,
population size change and early split, and population size
change and late split).

None of the model–parameter combinations outlined
above produced one or more private alleles more than 2% of
the time (table 3). Models HA and HB produced similar
results in terms of the frequency of simulations with private

alleles, but the more recent split (HB) resulted in a higher
number of private alleles per simulation. Conditioning on
a simulation that produced one or more private alleles, mod-
els HA and HB produced far more private alleles than the
observation of one out of 9,346 alleles (Rosenberg et al.
2005), similar to models B and C above. Both models
HA and HB produced more simulations with high-
frequency private alleles than did models HC and HD; this
may be because the estimated effective number of reverse
migrants from the Americas to Asia was much higher for
models HC and HD than for HA and HB. Because one of
our criteria for identifying private alleles was that an allele
must have 0% frequency in Asia, large amounts of gene
flow from the Americas to Asia quickly erode the possibil-
ity of a private allele.

Age of the AMH

Using recombination rate estimates from the Phase I
HapMap data for the D9S1120 region (The International
HapMap Consortium 2005), and taking a conservative es-
timate of four recombination events in the AMH since the
origin of the 9-repeat allele (table 4), we computed a simple
point estimate of the length of the genealogy for the
9-repeat allele since the TMRCA as 8,699 generations.

Conditioning on our 15 best demographic models, as
determined by the criterion of frequency of simulations
with exactly one private allele out of 9,346 alleles, we em-
ployed a new method to estimate the TMRCA of the
9-repeat allele based on our estimate of the length of the
genealogy (fig. 7). Under each of our 15 best demographic
models, we simulated data to determine the relationship be-
tween genealogy length and genealogy height. We then re-
corded the distribution of genealogy heights for simulated
genealogies of length 8,501–9,000 generations, producing
a distribution of the TMRCA of all sampled copies of the
9-repeat allele (table 5) for each of the best models.

The correlation (Spearman’s q) between TAs/Am, the
time of the Asia–America split, and the mean height of in-
tra-allelic genealogies was 0.45 (P5 0.13). The correlation
between TSp, the time of the subpopulation split, and the
mean height of genealogies since the TMRCA was �0.06
(P 5 0.84). This result was not unexpected, as TMRCA
values in recently diverged populations are quite variable
conditional on population splitting times (Edwards and
Beerli 2000).

Under the different best models, the mean TMRCA of
the 9-repeat allele ranged from 293 generations to 1,596
generations; using a generation time of 25 years resulted
in a TMRCA of 7,325–39,900 years ago. Averaging over
all of our best models, the mean TMRCA is 513 generations
ago or about 12,825 years ago. The 95% confidence inter-
vals for all of the best models produced ages for the MRCA
of the 9-repeat allele, that range from 144 to 1951 gener-
ations ago, or approximately 3,600–48,775 years ago.

Our less conservative estimate of eight recombination
events since the MRCA of all sampled copies of the
9-repeat allele doubles the genealogy length for the 9-repeat
allele to 17,426 generations. A greater genealogy length re-
sults in a greater genealogy height and, therefore, an older
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Table 2
Frequency of Private Alleles under Different Demographic Models for 1,000 Simulations

Migration
Model Model TAs/Am TSp

Frequency of
Simulations

with One PA

Frequency of
Simulations with
One or More PA

Mean Number
of PA Per
Simulation

Variance in
Number of PA
Per Simulation

Mean Subpop
Frequency

of PA

Variance among
Subpop in

Frequency of PA

Panmictic A 500 — 0.000 0.001 0.0 0.0 — —
Panmictic A 740 — 0.000 0.001 0.0 0.0 — —
Panmictic A 1,001 — 0.000 0.008 0.3 36.2 — —
Panmictic B 500 — 0.008 0.348 7.5 408.6 — —
Panmictic B 740 — 0.009 0.688 25.3 4,525.6 — —
Panmictic B 1,001 — 0.004 0.880 48.3 3,811.6 — —
Panmictic C 500 — 0.003 0.993 36.8 2,565.6 — —
Panmictic C 740 — 0.000 1.000 52.1 2,737.6 — —
Panmictic C 1,001 — 0.000 1.000 75.3 8,455.3 — —
Stepping-stone D 500 75 0.050 0.787 20.4 1,870.3 0.524 0.032
Stepping-stone D 500 185 0.042 0.500 8.9 460.8 0.532 0.037
Stepping-stone D 500 295 0.035 0.408 6.2 474.2 0.533 0.038
Stepping-stone D 740 75 0.045 0.786 19.9 890.0 0.533 0.032
Stepping-stone D 740 185 0.036 0.537 9.1 356.5 0.541 0.036
Stepping-stone D 740 295 0.039 0.403 5.8 298.7 0.534 0.038
Stepping-stone D 1,001 75 0.030 0.784 20.5 969.0 0.534 0.031
Stepping-stone D 1,001 185 0.040 0.525 7.8 233.3 0.536 0.037
Stepping-stone D 1,001 295 0.041 0.396 4.9 129.7 0.539 0.040
Stepping-stone Da 740 185 0.030 0.242 2.5 57.9 0.550 0.045
Stepping-stone Db 500 75 0.017 0.146 1.9 40.5 0.470 0.013
Stepping-stone Db 500 185 0.005 0.048 0.4 8.0 0.485 0.010
Stepping-stone Db 500 295 0.003 0.029 0.2 2.7 0.476 0.010
Stepping-stone Db 740 75 0.020 0.149 2.0 46.8 0.486 0.013
Stepping-stone Db 740 185 0.009 0.065 0.6 13.1 0.473 0.006
Stepping-stone Db 740 295 0.004 0.024 0.1 1.6 0.472 0.008
Stepping-stone Db 1,001 75 0.010 0.121 1.7 37.6 0.480 0.011
Stepping-stone Db 1,001 185 0.007 0.048 0.5 10.8 0.504 0.011
Stepping-stone Db 1,001 295 0.004 0.038 0.3 5.4 0.478 0.011
Stepping-stone E 500 75 0.072 0.679 7.0 83.4 0.523 0.013
Stepping-stone E 500 185 0.058 0.306 1.8 17.6 0.533 0.010
Stepping-stone E 500 295 0.037 0.128 0.5 4.1 0.536 0.009
Stepping-stone E 740 75 0.051 0.707 9.0 110.0 0.531 0.012
Stepping-stone E 740 185 0.058 0.376 2.8 34.8 0.538 0.011
Stepping-stone E 740 295 0.057 0.195 0.9 8.7 0.540 0.008
Stepping-stone E 1,001 75 0.038 0.731 9.8 126.9 0.530 0.013
Stepping-stone E 1,001 185 0.054 0.415 3.8 55.4 0.535 0.011
Stepping-stone E 1,001 295 0.056 0.254 1.7 23.1 0.534 0.009
Stepping-stone Ea 740 185 0.030 0.148 0.9 10.1 0.551 0.008
Stepping-stone Eb 500 75 0.016 0.147 1.3 21.0 79.326 0.482
Stepping-stone Eb 500 185 0.005 0.038 0.2 1.4 14.129 0.491
Stepping-stone Eb 500 295 0.005 0.016 0.0 0.2 5.229 0.484
Stepping-stone Eb 740 75 0.018 0.165 1.7 30.9 95.593 0.490
Stepping-stone Eb 740 185 0.009 0.042 0.3 3.7 41.376 0.494
Stepping-stone Eb 740 295 0.005 0.019 0.1 0.4 10.819 0.543
Stepping-stone Eb 1,001 75 0.014 0.135 1.5 28.2 107.420 0.466
Stepping-stone Eb 1,001 185 0.008 0.045 0.3 5.8 74.977 0.493
Stepping-stone Eb 1,001 295 0.009 0.026 0.1 0.9 19.255 0.481
Island D 500 75 0.013 0.985 19.5 149.7 0.518 0.023
Island D 500 185 0.023 0.976 17.1 136.9 0.519 0.021
Island D 500 295 0.033 0.974 15.2 130.7 0.517 0.022
Island D 740 75 0.009 0.982 19.4 152.1 0.524 0.022
Island D 740 185 0.026 0.977 16.7 140.4 0.523 0.022
Island D 740 295 0.019 0.970 15.4 133.9 0.522 0.022
Island D 1,001 75 0.016 0.972 19.0 152.9 0.524 0.022
Island D 1,001 185 0.020 0.976 17.1 150.7 0.522 0.022
Island D 1,001 295 0.024 0.973 14.7 123.1 0.523 0.022
Island Da 740 185 0.040 0.920 12.4 116.3 0.540 0.015
Island Db 500 75 0.022 0.318 4.6 88.3 0.443 0.015
Island Db 500 185 0.022 0.202 2.0 33.7 0.424 0.016
Island Db 500 295 0.029 0.149 1.1 14.7 0.395 0.014
Island Db 740 75 0.023 0.334 4.7 88.1 0.450 0.016
Island Db 740 185 0.022 0.191 1.8 31.1 0.422 0.014
Island Db 740 295 0.022 0.148 1.2 19.1 0.413 0.017
Island Db 1,001 75 0.028 0.329 4.2 76.9 0.457 0.018
Island Db 1,001 185 0.022 0.180 1.8 33.2 0.419 0.011
Island Db 1,001 295 0.022 0.136 1.2 21.1 0.428 0.015
Island E 500 75 0.032 0.970 15.2 124.5 0.514 0.020
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estimate for the TMRCA. Under our best models, very few
genealogies with lengths greater than 12,000 generations
were produced; therefore, a reliable relationship between
genealogy length and height was not straightforward to ob-
tain under the models considered. It should be noted, how-
ever, that our nonconservative estimate of eight
recombination events in the AMH with the 9-repeat allele
did not take into account potential SNP mutation or geno-
typing error (see Methods: ‘‘Counting Recombination
Events in the AMH’’).

Discussion

To date, a substantial portion of our understanding of
the peopling of the Americas has been based on data from
the mitochondrial genome and the Y chromosome (see
Salzano 2002; Mulligan et al. 2004; Schurr 2004; Goebel
et al. 2008 for review). This situation has begun to change
with the recent inclusion of Native American samples in
genomewide scans (Conrad et al. 2006; Wang et al. 2007;
Jakobsson et al. 2008; Li et al. 2008). However, because
sampling has been biased toward Central and South America,
these studies have been unable to fully address one of the
most controversial issues surrounding the peopling of the
Americas, that is, whether some Native American popula-
tions are more closely related to extant Asian populations
than they are to other Native American populations. Al-
though our study focuses on only a single region of the ge-
nome, the unusual distribution of the 9-repeat allele
suggested that, due to chance, this region of the genome
offers quite high resolution of the narrow window of time
in which the peopling of the Americas occurred. As dis-
cussed below, we find that the variation in the region of
D9S1120 cannot easily be explained unless a very large
portion of Native American ancestry is derived from a single

founding population that may have been isolated for some
period of time prior to the peopling of the Americas.

Identity by Descent

With this study, we have established an approach for
determining identity by descent of a microsatellite allele
through analysis of the haplotypic background of the allele
in question. The high frequency of copies of the 9-repeat
allele on the 76.26 kb AMH, as well as the observation that
9-repeat allele chromosomes without the full AMH still
share a core of the AMH, strongly suggests that all sam-
pled copies of the 9-repeat allele are identical by descent.
In addition, recurrent mutation to the 9-repeat allele on the
AMH is unlikely given that, aside from the 9-repeat allele
and a single copy of a 10-repeat allele, no alleles smaller
than 14 repeats were observed on the AMH in the Amer-
icas, Western Beringia, or East-Central Asia. Hence, bar-
ring positive selection, the widespread distribution and
high average population frequency of the 9-repeat allele
cannot easily be explained unless all sampled modern pop-
ulations with the 9-repeat allele share a very large portion
of ancestry with each other more recently than with any
sampled modern populations that do not have the 9-repeat
allele (Schroeder et al. 2007; Wang et al. 2007).

This view is consistent with either a single major mi-
gration or multiple migrations from a single founding pop-
ulation that possessed the 9-repeat allele. In the latter case,
this population is likely to have existed on the Eastern
edge of Siberia or in North America; had it lived else-
where, descendants in Asia also possessing the 9-repeat
allele might have been observed. We emphasize, however,
that our observation does not preclude small genetic con-
tributions from populations without the 9-repeat allele, nor
does it preclude small genetic contributions in Asian

Table 2
Continued

Migration
Model Model TAs/Am TSp

Frequency of
Simulations

with One PA

Frequency of
Simulations with
One or More PA

Mean Number
of PA Per
Simulation

Variance in
Number of PA
Per Simulation

Mean Subpop
Frequency

of PA

Variance among
Subpop in

Frequency of PA

Island E 500 185 0.074 0.934 8.5 57.1 0.511 0.021
Island E 500 295 0.110 0.883 6.5 39.7 0.475 0.022
Island E 740 75 0.020 0.976 17.2 143.4 0.512 0.021
Island E 740 185 0.066 0.967 10.6 80.7 0.514 0.021
Island E 740 295 0.069 0.925 8.4 56.1 0.493 0.022
Island E 1,001 75 0.021 0.988 17.7 140.6 0.518 0.021
Island E 1,001 185 0.050 0.972 12.6 111.4 0.509 0.020
Island E 1,001 295 0.062 0.945 9.6 73.1 0.505 0.021
Island Ea 740 185 0.097 0.870 7.1 56.8 0.526 0.017
Island Eb 500 75 0.030 0.322 3.3 49.2 0.447 0.017
Island Eb 500 185 0.038 0.150 0.7 6.3 0.414 0.011
Island Eb 500 295 0.034 0.121 0.6 4.3 0.361 0.009
Island Eb 740 75 0.027 0.311 3.4 51.8 0.432 0.014
Island Eb 740 185 0.033 0.175 1.0 10.3 0.416 0.014
Island Eb 740 295 0.029 0.126 0.7 7.7 0.393 0.011
Island Eb 1,001 75 0.036 0.329 3.7 61.4 0.434 0.015
Island Eb 1,001 185 0.030 0.177 1.2 14.0 0.399 0.014
Island Eb 1,001 295 0.028 0.140 0.7 5.2 0.366 0.009

Abbreviations:PA5Private allele(s); subpop5 subpopulation(s);TAs/Am is the time of the split into Asia and America;TSp is the time of fissioning events within each continent.
a American Ne/Asian Ne at present is 0.10; for Model E, American Ne/Asian Ne at the time of the split into Asia and America is 0.010.
b 0.0022 migration rate between one Asian and one American subpopulation.
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populations from Native American/Western Beringian
populations.

Origin of the 9-Repeat Allele and Native American
Source Population(s)

Genetic studies have traced the ancestry of Native
Americans to a number of different Asian populations, from
Central Asia to northern Siberia (e.g., Torroni et al. 1993;
Kolman et al. 1996; Merriwether et al. 1996; Karafet et al.
1999). In recent years, there has been mtDNA and Y chro-
mosome support for the hypothesis that modern Native
Americans descend from a single migration from a source
population best represented today by the Altai (Derenko
et al. 2001; Zegura et al. 2004), from whose ancestors they
would have likely diverged after the Last Glacial Maximum
(Zegura et al. 2004). However, this conclusion does not ac-
count for evidence that the ancestors of modern Native
Americans were differentiated from the ancestors of mod-
ern Asians prior to expansion into the Americas (Tamm
et al. 2007; Fagundes et al. 2008; Kitchen et al. 2008).

The relatively low frequency of the AMH and the ab-
sence of the 12-repeat allele on the AMH in East-Central
Asia have potentially interesting implications for our cur-
rent understanding of Native American source populations.
The frequency of the AMH in South Asia is more than twice
that in East-Central Asia. Although the highest population
frequency of the AMH outside of the Americas/Western
Beringia is observed in the Uygur, a group of Turkic speak-
ers who live primarily in northwestern China, and in
Mongolians sampled in Outer Mongolia, the AMH reaches
similarly high frequencies in populations farther to the
southwest (Burusho, Kalash, and Sindhi of Pakistan).
Moreover, across the world, the shortest alleles on the
AMH (aside from the 9-repeat allele) are widespread in
South Asia and in the Middle East (in Palestinians).

The absence of the 9-repeat allele in Asia (aside from
Western Beringia) suggests that the 9-repeat allele may
have originated after the ancestors of modern Native
Americans diverged from the ancestors of modern Asians.
The possible origin of the 9-repeat allele on the AMH in
a population that shared recent ancestry with the ancestors
of modern South Asian populations suggests an early di-
vergence of the ancestors of modern Native Americans
from those of modern Asians. This and other findings (dis-
cussed below) are compatible with the hypothesis (similar
to that suggested by Bonatto and Salzano 1997; Santos

et al. 1999; Bortolini et al. 2003; Kitchen et al. 2008
and mentioned as a possibility by Zegura et al. 2004) that
the ancestors of Native Americans may have diverged be-
fore or contemporaneous with other populations expanding
out of Southwest or Central Asia. Bayesian skyline plot
analysis of a worldwide sampling of mtDNA-coding-
region sequences suggests that the largest concentration of
human effective population size between about 25,000
and 40,000 years ago was located in South Asia (Atkinson
et al. 2008). Data from the Y chromosome (Xue et al. 2006),
mtDNA (Forster et al. 2001), and autosomal STRs (Liu
et al. 2006) place an expansion into Asia around
30,000–40,000 years ago.

Several other genetic variants on the mitochondrial
genome and the Y chromosome have geographic distribu-
tions very similar to that of the 9-repeat allele. That is, they
are widespread and, in some cases, ubiquitous, throughout
North and South America but are not found elsewhere
other than Western Beringia (Forster et al. 1996; Underhill
et al. 1996; Schurr et al. 1999; Kemp et al. 2007; Tamm
et al. 2007). Two hypotheses could conceivably explain
this pattern. One posits that if the ancestors of Native
Americans were isolated from the ancestors of modern
Asians prior to range expansion into the Americas, then
we would expect to see a number of genetic markers
unique to the Americas, each of which is present in most
Native American populations, and some of which are mul-
tiple mutational steps away from homologous markers
in Asia. The second hypothesis, based on simulations
(Edmonds et al. 2004; Klopfstein et al. 2006) and empir-
ical evidence (Hallatschek et al. 2007) from range expan-
sions, posits that if the ancestors of Native Americans
experienced a range expansion without a period of isola-
tion in advance, then we would expect to see a number of
geographically widespread markers in the Americas that
are not found in Asia. Based on the work of Klopfstein
et al. (2006), we also predict that, if these mutations arose
at different times during the range expansion, then they
might have different geographic distributions within the
Americas. By contrast, if most of the mutations were seg-
regating in the population prior to the range expansion,
then they might have very similar geographic distribu-
tions. Among markers unique to the Americas and West-
ern Beringia that have been observed in all or almost all
populations sampled thus far, some are multiple muta-
tional steps divergent from lineages in Asia (Kemp
et al. 2007; Tamm et al. 2007). Additionally, it has been
shown that when the carrying capacity of demes is small,

Table 3
Frequency of Private Alleles Using Models and Estimates of Demographic Quantities from Hey (2005)

Variant of Hey (2005) Model

Frequency of
Simulations with

One Private Allele

Frequency of
Simulations with One

or More Private Alleles

Mean Number
of Private Alleles

Per Simulation

Mean Number of Private
Alleles Per Simulation

with Private Alleles

HA: constant population size low tupper
a 0.001 0.012 0.1 11.3

HB: constant population size low tupper
b 0.000 0.009 0.1 11.3

HC: population size change high tupper 0.001 0.001 0.0 1.0
HD: population size change low tupper 0.005 0.008 0.0 1.8

a Estimated t 5 44,400 years.
b Estimated t 5 7,900 years.
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Table 4
Chromosomes with the 9-Repeat Allele and Non-AMH Haplotypes in WW51

Sample Categorization

Position 85.247a 85.251a 85.254 85.270 85.284 85.300 85.314 85.314 85.316 85.321 85.322 85.323 85.329b 85.330
SNP/

STR ID 12685505a 12555508a 10512167 7048862 3849872 11140976 11140984 17426617 6559867 D9S1120 4877301 3849873 1992812b 1447026

AMH — C A G T C A A T A 9 G C A A
Inuit_99 M/E C A G T C A A T A 9 C C A A
Dogrib_09 M/E C A G C C A A T A 9 G C A A
Washo_101 M/E, R 1 C G G T C A A T A 9 G C A G
N. Paiute_046 M/E, R 1 C A A T C A A T A 9 G C A G
Koryak_114 R 2 C G A T C A A T A 9 G C A A
Koryak_66 R 2 C G A T C A A T A 9 G C A A
Apache_492 R 2 C G A T C A A T A 9 G C A A
Apache_398 R 2 C G A T C A A T A 9 G C A A
Chippewa_15 R 2 C G A T C A A T A 9 G C A A
Chippewa_03 R 2 C G A T C A A T A 9 G C A A
Washo_101 R 2 C G A T C A A T A 9 G C A A
Washo_104 R 2 C G A T C A A T A 9 G C A A
N. Paiute_078 R 2 C G A T C A A T A 9 G C A A
Cherokee_55 R 2 C G A T C A A T A 9 G C A A
Cherokee_53 R 2 C G A T C A A T A 9 G C A A
Inuit_52 R 3 C A G C C G G A A 9 G C A A
Jemez_24 R 4 C A A T C A A A G 9 G C A A

Abbreviations: M/E 5 mutation/error, R 5 recombinant.

The position of each SNP, in Mb, is for NCBI Build 35. From D9S1120 in either direction, cells appear in normal font until an allele that differs from the AMH. As detailed in the Methods, haplotypes identified as the result of

recombination are in bold, and haplotypes identified as potentially the result of mutation or error are in italics. The numbers placed next to the letter R indicate four distinct recombinant haplotypes.
a SNP genotyped in AMAS40 only.
b SNP genotyped in HGDP45 only.
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mutations must have a high frequency to spread with
a range expansion (Klopfstein et al. 2006). Therefore,
our observations are best explained by a period of isolation
for the founding population, during which multiple muta-
tions may have reached a high frequency and some loci

may have experienced multiple mutations, followed by
a range expansion.

In addition to the presence of the 12-repeat allele at
D9S1120 on the AMH in South Asia, other genetic data
link Native Americans to populations presently occupying
West Asia. An albumin variant electrophoretically identical
to Albumin Naskapi, an alloalbumin at a relatively high fre-
quency among Athabaskan and Algonquian speakers in
North America (Melartin and Blumberg 1966; Smith
et al. 2000), has been observed, at very low frequencies,
in Eti Turks (Franklin et al. 1980) and in Punjabis of west-
ern India (Kaur et al. 1982). Additionally, lineages in the
Americas belonging to mtDNA haplogroup X are divergent
from those found in Africa and Eurasia, and the presence of
haplogroup X in Southern Siberia appears to be a result of
post-Last Glacial Maximum gene flow from Western Eur-
asia (Reidla et al. 2003; Derenko et al. 2007). Those line-
ages most closely related to the haplogroup X lineages
observed in the Americas are relatively frequent in the Near
East (Reidla et al. 2003). Although other loci support the
shared ancestry of Native Americans with different popu-
lations in Central and East Asia, if the ancestors of Native
Americans had been isolated prior to the divergence of
modern regional Asian populations, then we might expect
different loci to support geographically diverse source
populations.

A period of isolation of the ancestors of modern Native
Americans from those of modern Asians prior to the peo-
pling of the Americas has also been inferred from recent
whole mitochondrial genome studies (Tamm et al. 2007;
Fagundes et al. 2008; Kitchen et al. 2008). It has been sug-
gested that this isolation occurred in Beringia (Bonatto and
Salzano 1997; Tamm et al. 2007; Fagundes et al. 2008;
Kitchen et al. 2008). However, current genetic data and
analyses are uninformative as to where this isolation oc-
curred, and apart from the Yana RHS Site (Pitulko et al.
2004), from which there is evidence for human occupation
of the western edge of Beringia at ;30,000 calibrated years

FIG. 7.—Method for estimating the TMRCA of copies of an allele
from the number of recombination events on its shared haplotypic
background. The figure represents the genealogy at a specific genomic
position for lineages that share a specific allele. Recombination events
(yellow arrows) erode the shared haplotypic background (blue) of the
shared allele (red). By examining the haplotypic background of copies of
the shared allele in the present, the number of recombination events that
have occurred on the haplotypic background of the allele can be counted.
This number of recombinations represents a draw from a Poisson
distribution with rate proportional to the product of the recombination rate
and the length of the genealogy (6T6 þ 5T5 þ 4T4 þ 3T3 þ 2T2 in this
example). As a result, the number of recombinations divided by the local
recombination rate (estimated externally from genomic maps) provides an
estimate of the total length of the genealogy. By using coalescent
simulations of sensible demographic models (here, we chose those
models for which 5% or more of simulations produced a single high-
frequency private allele) to evaluate the relationship between the length of
the genealogy of copies of an allele and the height of the genealogy (T6 þ
T5 þ T4 þ T3 þ T2), we can translate the estimated length of the
genealogy into an estimate of the TMRCA of sampled copies of the allele.

Table 5
Heights of Genealogies, in Generations, Simulated under the Best Demographic Models (Those for Which 5% or More of
Simulations Produced Exactly One High-Frequency Private Allele)

Migration
Model Model TAs/Am TSp

Frequency
of Simulations

with One Private
Allele

Mean
Subpopulation
Frequency of
Private Allele

Number of
Simulations with

8,501 � Genealogy
Length �9,000

Median
Genealogy

Height

Mean
Genealogy

Height

0.025
Quantile of
Genealogy

Heights

0.975
Quantile of
Genealogy

Heights

Island E 500 295 0.110 0.475 1,282 324 327 252 396
Island Ea 740 185 0.097 0.526 3 1,404 1,596 1,404 1,951
Island E 500 185 0.074 0.511 159 216 293 144 972
Stepping-stone E 500 75 0.072 0.523 0 — — — —
Island E 740 295 0.069 0.493 673 360 384 252 900
Island E 740 185 0.066 0.514 662 252 294 144 936
Island E 1,001 295 0.062 0.505 212 396 418 252 1,152
Stepping-stone E 740 185 0.058 0.538 475 216 357 144 1,044
Stepping-stone E 500 185 0.058 0.533 212 216 310 144 864
Stepping-stone E 740 295 0.057 0.540 2,504 324 328 288 396
Stepping-stone E 1,001 295 0.056 0.534 724 360 372 252 612
Stepping-stone E 1,001 185 0.054 0.535 3,482 1,044 931 216 1,044
Stepping-stone E 740 75 0.051 0.531 0 — — — —
Stepping-stone D 500 75 0.050 0.524 40 684 719 180 1,404
Island E 1,001 185 0.050 0.509 204 288 333 144 1,149

Statistics are provided for the subset of genealogies for which the length of the intra-allelic genealogy of the private allele is �8,501 and �9,000 generations.
a American Ne/Asian Ne at the time of the split into Asia and America is 0.010.
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ago, strong evidence for human occupation elsewhere in
Beringia is lacking until about ;14,000 calibrated years
ago, when the archaeological record begins in Alaska
(Goebel et al. 2008).

Demographic Models for the Peopling of the Americas

Although the focus of this study is on a single unusual
genomic region, the demographic analysis uses multilocus
information in the sense that we are simulating a multilocus
data set and then assessing the fit of the simulated models to
the observed data by the frequency of simulations that pro-
duce only one private allele among the many loci investi-
gated. The top quartile of demographic models A through
E, as judged by this criterion, includes a large range of split-
ting times for Asia and the Americas and for subpopulations
in these regions. The top quartile also includes both step-
ping-stone and island models. However, the results of the
simulations should not be taken as strong evidence in favor
of one particular demographic model for the peopling of the
Americas. Rather, the results of the simulations provide ev-
idence that plausible neutral demographic models for the
peopling of the Americas could produce a private allele
with a widespread distribution and a high frequency. Our
results also show that demographic models without a bottle-
neck, population growth, or substructure (model A) do not
produce high-frequency private alleles. Also, the demo-
graphic models explored here that do not include popula-
tion substructure after the divergence of Asians and
Americans (models B and C) do not produce any simula-
tions with just one private allele. These results are consis-
tent with evidence of reduced variation in the Native
American founding population and of population substruc-
ture in the Americas (e.g., Wallace et al. 1985; Schurr et al.
1990; Deka et al. 1995; Santos, Bianchi, and Pena 1996;
Urbanek et al. 1996; Novick et al. 1998; Wang et al.
2007). Our results further show that gene flow between
the Americas and Asia after the initial population split
erodes the occurrence of private alleles, particularly if gene
flow among the subpopulations within each continent oc-
curs through a stepping-stone matrix. However, high-fre-
quency private alleles still occur if a low level of gene
flow between Asia and the Americas is assumed.

The models of Hey (2005) did not produce private al-
leles at high frequencies. Even so, many of the demographic
estimates of Hey are similar to those we used in our demo-
graphic models. Thus, it might be possible to reconcile the
9-repeat allele data with Hey’s models if the models were
refined with the addition of population substructure and/or
with a lower gene flow rate between the Americas and Asia.
As suggested by Kitchen et al. (2008), it is possible that
gene flow rates between the Americas and Asia were over-
estimated by Hey (2005). Data from the Chukchi of the
Chukotkan peninsula were included by Hey (2005) in
the Asian sample; if the Chukchi share more ancestry with
Native American populations than with other Asian popu-
lations, as we have inferred from the present data, then the
inclusion of this population in the Asian sample may have
resulted in an overestimation of gene flow rates between the
Americas and Asia by Hey (2005). However, mtDNA and

Y chromosome data are more equivocal than the present
data as to the hypothesis that Western Beringians share
more recent ancestry with Native Americans than with
other Asians. Although populations on both sides of the Be-
ring Strait share some mtDNA and Y chromosome hap-
logroups and haplotypes (Shields et al. 1993; Bonatto
and Salzano 1997; Karafet et al. 1997; Lell et al. 1997;
Starikovskaya et al. 1998; Schurr et al. 1999; Derbeneva
et al. 2002), it has been shown that Western Beringian pop-
ulations also have mtDNA and Y chromosome haplogroups
that are relatively common in Siberia but that are absent
from the Americas (Starikovskaya et al. 1998; Schurr
et al. 1999; Lell et al. 2002).

Possible Selection Near D9S1120

We have found no compelling evidence that the distri-
bution of the 9-repeat allele has been affected by positive
selection. The AMH does not appear to have increased in
frequency in the Americas aside from in association with
the 9-repeat allele, and the length of the AMH, given its fre-
quency, is not unusual when compared with other haplotypes
in the Americas. There is no evidence of increased Native
American ancestry at D9S1120 in mestizo populations,
which would be indicative of positive selection during the
admixture process. Additionally, previous analysis has
shown that D9S1120 is not unusual in the Americas in a bi-
variate distribution of FST and expected heterozygosity for
116 tetranucleotide microsatellites (Schroeder et al. 2007).

Our results are corroborated by those of genomewide
scans for selection. The availability of high-density geno-
mic data in African, European, and East Asian populations
has led to the detection of regions of the genome that show
potential evidence of natural selection. Analyses of such
data have not identified any regions on 9q21.33 that show
strong evidence of selection (The International HapMap
Consortium 2005; Voight et al. 2006; Sabeti et al. 2007).

A claim of selection in the vicinity of D9S1120 would
be more plausible if likely candidate genes in the region
were known. There are six genes with characterized pro-
teins that lie within 1 Mb of D9S1120 (fig. 2C) (NCBI
Build 35, http://www.pantherdb.org; Thomas et al. 2003).
NTRK2, which ends about 453 kb to the left of
D9S1120, encodes TrkB, one of two receptors for the neuro-
trophin BDNF (brain-derived neurotrophic factor). TrkB
and/or BDNF have been implicated as playing a possible
role in Type 2 Diabetes (T2D) (Suwa et al. 2006; Krabbe
et al. 2007) and obesity (Xu et al. 2003; Yeo et al. 2004;
Suwa et al. 2006), conditions that are disproportionately
prevalent.

A few family linkage analyses have suggested that
a variant mapped to 9q21 may be a factor in the develop-
ment of T2D or complications from T2D in Asians, Native
Americans, and/or Europeans (Imperatore et al. 1998; Pratley
et al. 1998; Luo et al. 2001; Lindgren et al. 2002). However,
none of the genes that have recently been suggested as
risk factors in the development of T2D through genome-
wide association studies in Europeans (Diabetes Genetics
Initiative of Broad Institute of Harvard and MIT, Lund
University, and Novartis Institutes of BioMedical Research
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2007; Scott et al. 2007; Sladek et al. 2007; Steinthorsdottir
et al. 2007; Zeggini et al. 2007) are located in this region.
Although different genetic risk factors may be implicated
in Native Americans, a recent 100K SNP scan in the Pima
for loci linked to variants that influence susceptibility to
young-onset T2D (Hanson et al. 2007) identified 128 SNPs
at P , 0.001; the variant closest to D9S1120 is ;10.5 Mb
away.

In conclusion, there is no evidence from functional
considerations that would lead to a hypothesis of selection
in the region of D9S1120 for Native Americans. Addition-
ally, we question the plausibility of a scenario in which se-
lection coefficients have been roughly identical throughout
the variable ecologies of the Americas but not in Asia. One
could imagine that the 9-repeat allele rose to high fre-
quency, due to positive selection, in a population ancestral
to both modern Native Americans and Western Beringians
prior to an expansion into different habitats within the
Americas. However, this scenario would still support our
primary assertion that the distribution of the 9-repeat allele
is best explained by descent from a single population.
Hence, in the absence of compelling evidence for selection,
the existence of plausible neutral models by which the ob-
served distribution of the 9-repeat allele could have oc-
curred suggests that the simplest explanation for the
unusual distribution of the 9-repeat allele is that all Native
American and Western Beringian populations have in-
herited a very large portion of their ancestry from a single
population.

MRCA of the 9-Repeat Allele

A wider range of dates, from ;2,000 (Underhill et al.
1996) to ;70,000 years (Bonatto and Salzano 1997), for
either the divergence of Native Americans and Asians or
for a population expansion in the Americas has been esti-
mated from mtDNA and Y chromosome data than is sup-
ported by archaeological data. However, several recent
estimates based on mtDNA and Y chromosome data (Silva
et al. 2002; Bortolini et al. 2003; Seielstad et al. 2003;
Schurr and Sherry 2004; Zegura et al. 2004; Kemp et al.
2007; Tamm et al. 2007; Fagundes et al. 2008; Kitchen
et al. 2008) are more compatible with the oldest widely ac-
cepted archaeological site in the Americas (Monte Verde in
Chile at about 14,650–15,600 calendar years ago [Dillehay
1997]), as is our estimate of 12,825 years ago for the
TMRCA of the 9-repeat allele. If it is assumed that the peo-
pling of the Americas occurred through rapid, long-range
population fissions, then the TMRCA of the 9-repeat allele
would give us a maximum age for when the ancestors of
modern Native Americans began expanding into the
Americas. Although some of the models produce a TMRCA
that is older than the date modeled for the split between Asia
and the Americas, none of the models produce a TMRCA
that is more recent than the date modeled for the split of
subpopulations in the Americas. This result further supports
our conclusion that the best explanation for the ubiquity
of the 9-repeat allele is that all sampled modern Native
American populations inherited the allele from a single
population in which the allele was segregating.

There is a considerable amount of uncertainty in our
estimate for the TMRCA, including uncertainty about the
number of recombination events in the AMH. Our criteria
for counting a haplotype as the result of recombination
within the AMH, rather than as the result of SNP mutation
or error introduced through whole genome amplification or
genotyping, could have been too stringent, potentially lead-
ing to an underestimation of the number of recombination
events. On the other hand, we could have failed to detect
all errors with our criteria for counting a haplotype as a result
of recombination within the AMH and could have overesti-
mated the number of recombination events. It is also possible
that there exist other unsampled recombinant haplotypes as-
sociated with the 9-repeat allele. However, we sampled the
same number of chromosomes in our simulations as in our
data collection, so this should not affect our estimate of the
TMRCA.

Hence, we do not want to bring undue focus to our point
estimate of 12,825 years as a maximum age for a population
expansion of the ancestors of modern Native Americans.
It should be noted, though, that evidence for an extraterres-
trial impact ;12,900 calendar years ago, which could have
resulted in habitat destruction across North America and the
Younger Dryas cooling (Firestone et al. 2007), suggests
that the ancestors of modern Native Americans may have
experienced a bottleneck at this time. However, a recent
study of radiocarbon dates for Paleoindian sites in North
America concludes that there is no evidence for a population
decline at the time of the extraterrestrial impact (Buchanan
et al. 2008). Our point estimate of 12,825 years is also sim-
ilar to recent estimates from mtDNA data, using a substitu-
tion rate based on an internal rather than interspecific
calibration, for a population expansion in the Americas
between about 10,000 and 12,000 years ago (Ho and
Endicott 2008).

Conclusion

The haplotypic background of D9S1120 suggests that
all sampled copies of the 9-repeat allele derive from a single
mutation and that the distribution of this allele has not been
affected by positive selection in Native Americans. These
results lend further support to our original inference that
the geographic distribution of the 9-repeat allele is inconsis-
tent with the hypothesis that Native Americans derive large
portions of ancestry from multiple founding populations.
Within the context of previous research, the presence of
the 12-repeat alleles on the AMH in South Asia warrants fur-
ther investigation of the hypothesis that the population in
which the 9-repeat allele arose was isolated from the ances-
tors of modern Asians prior to expanding into the Americas.
Our estimate of the timing of the expansion of this population
into the Americas is generally consistent with other recent
estimates based on archaeological and genetic data.
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