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Estimating the Age of Alleles by Use of Intraallelic Variability
Montgomery Slatkin and Bruce Rannala
Department of Integrative Biology, University of California at Berkeley, Berkeley

Summary
A method is presented for estimating the age of an allele
by use of its frequency and the extent of variation among
different copies. The method uses the joint distribution
of the number of copies in a population sample and
the coalescence times of the intraallelic gene genealogy
conditioned on the number of copies. The linear birthdeath process is used to approximate the dynamics of a
rare allele in a finite population. A maximum-likelihood
estimate of the age of the allele is obtained by Monte
Carlo integration over the coalescence times. The
method is applied to two alleles at the cystic fibrosis
(CFTR) locus, AF508 and G542X, for which intraallelic
variability at three intronic microsatellite loci has been
examined. Our results indicate that G542X is somewhat
older than AF508. Although absolute estimates depend
on the mutation rates at the microsatellite loci, our results support the hypothesis that AF508 arose <500
generations (- 10,000 years) ago.

Introduction
Both the extent of variability within an allelic class and
the allele frequency contain information about the age
of an allele, provided some assumptions can be made
about the allele and the population in which it is found.
Estimates of allele age are interesting in their own right,
and, if other information restricts the range of possible
ages, estimates of the age may provide information
about what selection the allele has experienced. Here we
develop a maximum-likelihood method for estimating
allele age based on the extent of genetic variation within
an allelic class and the allele frequency.
There is a well-developed theory to estimate the age
of a neutral allele in a population of constant size by
use of its frequency. Much of this theory assumes an
infinite-alleles model of mutation and treats the age of
an allele as a random variable (Watterson 1976; Sawyer
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1979; Donnelly and Tavare 1986). Thompson (1976)
used a different approach and assumed that an allele
was the result of a unique mutation event at some time
in the past; its age is then a fixed parameter, rather
than a random variable. Thompson used the theory of
branching processes (with a fractional linear distribution
of offspring numbers) to find the likelihood function for
the time of occurrence of the mutation, given the number
of copies found.
The extent of linkage disequilibrium between closely
linked marker loci has also been used to estimate allele
age. On the basis of theory that assumes an exponential
decay of linkage disequilibrium with time, Serre et al.
(1990) estimated the age of the AFS08 allele of the CFTR
locus to be between 3,000 and 6,000 years, and Risch
et al. (1995) estimated the age of the allele causing idiopathic torsion dystonia in Ashkenazi Jews to be -350
years. The demographic model we consider here may
also be applied to study the decay of linkage disequilibrium between a mutant allele and associated markers,
but that approach will not be pursued in this paper.
Instead, we focus on the information provided by the
allele frequency and the intraallelic genealogy.
Before proceeding, we need to emphasize what is being estimated by our method. The parameter tj, which
we estimate, is the generation in the past during which
the mutation defining the allelic class was created by
mutation. Immediately following the mutation, there
was a single allelic lineage representing the ancestors of
the allelic class found in the sample at the present time.
At a later time, t2 generations in the past, the allelic
lineage divided to produce two lineages both represented
by present-day descendent lineages. The time t2 therefore
represents the age of the root of the intraallelic gene
genealogy. The times tj and t2 are illustrated graphically
in figure 1. Our results show that the difference between
t1 and t2 can be substantial, especially when there is a
high rate of population growth or positive selection acting on the mutant allele. The extent of intraallelic variability depends on t2, not on tj, because any mutations
that occur between tj and t2 will be inherited by all
descendents. Nevertheless, our method estimates t1 because the population genetics model provides the distribution of t2 and the other coalescence times as functions
of t1. It would be possible to estimate t2 directly from the
pattern of intraallelic variability, treating the problem
in purely phylogenetic terms, but that approach would
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Figure 1

Example genealogy of a mutant allelic class within a
larger population. The mutant lineages are indicated with dashed lines
and the nonmutant lineages with solid lines. The mutation occurs at
time tj, indicated by a gray circle. Mutations occurring in the mutant
class prior to time t2 (indicated by a black circle) provide no additional
information regarding the genealogical structure, since they are represented in all descendent lineages. The four mutant lineages shown in
the figure coalesce to three ancestral lineages at time t4, to two ancestral lineages at time t3, and to a single ancestral lineage at time t2.

require sufficiently extensive intraallelic variability to
estimate all internal branch lengths of the intraallelic
genealogy and would make no use of the fact that variation is being generated by population-genetic processes.
Our method provides an estimate of t1 by use of a relatively small amount of data because we use the model
to provide a prior distribution of coalescence times. Estimates of allele age based on the extent of linkage disequilibrium (Serre et al. 1990; Risch et al. 1995) are
estimates of t2We begin by summarizing several results for linear
birth-death processes. Then we present a likelihood
method for estimating the age of an allele when intraallelic genetic variability is not taken into account. This
method is similar to that of Thompson (1976). Next we
develop the theory of intraallelic variation based on the
distribution of coalescence times in the intraallelic gene
genealogy. We then show how that theory leads to a
likelihood function that may be used to derive an estimator of allele age with information from both the allele
frequency and the intraallelic variation. Finally, we
apply this method to estimate the ages of two alleles of
the cystic fibrosis (CF) locus, AF508 and G542X. In the
appendix, we show the relationship between coalescent
theory for low-frequency alleles and the genealogical
structure of a linear birth-death process.
The Linear Birth-Death Process
The general theory of linear birth-death processes,
developed by Kendall (1948), predicts the distribution
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of the number of present-day descendents of a single
lineage existing at time t1 in the past. The key assumption of the birth-death process is that each lineage reproduces independently. For a time-homogeneous birthdeath process, the individual birth rate is B, and the
individual death rate is D per unit time. The probability
that a birth occurs in a population of size j during an
infinitesimal interval 8t is jB&t, and the probability that
a death occurs is jD&t. The probability of two or more
events is of order o (&t), where o (&t) denotes terms satisfying limn0o (8t)/&t = 0. The probability that a lineage
alive at time t in the past has exactly i : 1 present-day
descendents is

pi(t)

=

P(0, t)(1 -vt)vt

(1)

where P (0, t) is the probability that a lineage alive at
time t in the past has one or more present-day descendents and
vt = 1 - P(0, t)exp{(D - B)t)

.

(2)

We show in the appendix that, under the assumptions
leading to a coalescent process, with either constant population size or exponential population growth, the dynamics of a rare allele can be described using a timehomogeneous linear birth-death process with rates B
= 1/2 and D = 1/2 - 4 (time is scaled in units of generations), where 4 = s + r, s is the selection coefficient
for heterozygotes, and r is the exponential growth rate
parameter. From the point of view of a rare allele, selection in favor of heterozygotes is equivalent to the growth
of the whole population. The effects of selection against
homozygotes are ignored. The present theory may be
extended to cases with population size as an arbitrary
function of time and a temporally varying selection coefficient using a generalized birth-death process with timedependent rates.
The theory presented above focuses on the distribution of the number of copies of a rare allele in the population as a whole. In most cases, the number of copies
in a sample from a population is the quantity of interest.
In this section, we consider the sampling theory for a
birth-death process. Population sampling is most easily
incorporated into the present theory by taking an approach similar to that of Nee et al. (1994), who studied
the genealogical properties of a birth-death process. Let
a fraction f of a total of 2N lineages in the present-day
population be sampled at random. Each lineage then
has a probability f of being sampled, and i is the number
of sampled lineages belonging to the allelic class of interest. The sampling process may be modeled as a masskilling event that occurs precisely at time present, where
f is the probability that a lineage alive at present survives
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the killing event. Let g(t, T) be the Dirac delta function
defined by
1( > T)

=

J

g(t, T)dt.

The death rate is then defined
g(t, T)ln f to obtain

to

be D(t, T)

(3)
=

1/2

-

-

P0)=f

P (01, t)

(f-

f

t~(4)
(4
24)expl-4t)*

It follows that
Vt= 1-- P(O, t)e-t,

(5)

f

and

p1(t)

=
f

(6)

P(0, t)2e-tt J

where n is the number of sequences sampled, f = n/2N,
and p1(t) is the probability that a lineage alive at time t
in the past leaves exactly one present-day descendent
(Nee et al. 1994).
Allele Age Inferred from the Frequency Alone

In this section we present a method for estimating the
of an allele based on the number of copies of the
allele in a sample from a population. The probability
that i copies of a mutant allele that arose at time t1 in
the past are observed in a sample of n sequences from
a present-day population of size N (conditional on the
allele having at least one copy in the sample) is
age

P(iItj,

0)

vt,)v1 *

(7)

A maximum likelihood estimator (MLE) of t1 (in units
of generations) is then

i = , logt 4n (i - 1) + 1} *

(8)

The estimate of allele age obtained using (8) is biased
for small i but is asymptotically efficient and consistent
(Cox and Hinkley 1974). The asymptotic variance of the
estimator is easily obtained by determining the support
interval of the likelihood (Edwards 1972). If 4 0, the
MLE simplifies to tl = 4N(i 1)/n, which is an unbiased
estimator of t1.
This result is similar to that of Thompson (1976).
Thompson used a discrete-generation branching process
=

-

to model a rare allele in a population and assumed a
fractional linear distribution of offspring, which implies
a modified geometric distribution of the number of copies at any time. The results for the linear birth-death
process are equivalent because they also lead to a modified geometric distribution. The birth-death process can
be made formally identical to a branching process with
a fractional linear distribution of offspring number (for
large t) by censusing the population at evenly spaced
time intervals. Our model differs from Thompson's in
allowing for sampling.
Figure 2a shows the log-likelihood (1) as a function
of t1, using parameter values appropriate for the AF508
mutation of the CF gene (see below). The resulting estimate is il = 2339.1 with the 95% confidence interval
(2037.8, 2928.6). Figure 2b shows 1 as a function of t1
if 4 is at the upper limit of its reasonable range, 4
= 0.02. In that case, we instead obtain ii = 654.1 with
the confidence interval (578.1, 801.5). Figure 2c shows
1 as a function of t1 with parameters appropriate for a
second allele of cystic fibrosis, G542X. The MLE is tl
= 1508.8 with the confidence interval (1202.4,2099.8).
Figure 2d shows I as a function of t1 if 4 is at the upper
limit of its reasonable range, 4 = 0.02. In that case, we
instead obtain t1 = 446.5 with confidence interval
(369.8, 594.3). Solely on the basis of on the observed
frequencies of the two alleles, AF508 then appears to be
somewhat older than G542X. The estimated population
frequency of AF508 is higher than that of G542X, and
this conclusion agrees with the general view that more
frequent alleles are likely to be older.
Gene Genealogy of a Mutant Allelic Class

The allele we are concerned with is assumed to be
distinguished by a nonrecurrent mutation, but other
sites within the allele continue to mutate. For example,
the AF508 mutation of the CF gene has a deletion of
the 508th amino acid, and it is thought that all copies
of the allele are descended from a single ancestral copy
(Morral et al. 1994). Different copies of that mutation
carry different alleles at three microsatellite loci that are
found within introns. At the present time, there is little
information available about intraallelic variation, so we
will concentrate here on the total number of mutations
that have occurred. However, the likelihood method we
present is readily extended to other models of mutation
(see Discussion).
Under the infinite sites model, all mutations can be
detected, so the number of segregating sites within an
allelic class, S. indicates the number of mutations that
have occurred. With mutation rate g, the number of
segregating sites within the allelic class, S is a Poisson
distributed random variable with mean pT, where T is
the total length of the intraallelic gene genealogy (see,
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Log-likelihood (1) of the observed number of copies of the AF508 and G542X mutations of the CF gene as a function of the
Figure 2
time of origin of each mutation (tj) measured in units of generations. Panel a shows 1 as a function of t1 for the AF508 allele with 4 = 0.005,
N = 3 x 108, and f = 0.00014. The MLE is then t1 = 2,339.1, with confidence interval (2,037.8, 2,928.6). Panel b shows I as a function of
t1 for the AF508 allele with 4 = 0.02, which corresponds to high population growth and/or selection, and the other parameters as given above.
The MLE is tl = 654.1 (578.8, 801.5). Panel c shows I as a function of t1 for the G542X allele with 4 = 0.005, N = 3 X 108, and f = 0.00014.
The MLE is il = 1,508.8 (1,202.4, 2,099.8). Panel d shows I as a function of t1 for the G542X allele with 4 = 0.02 and the other parameters
as given above. The MLE is tl = 446.5 (369.8, 594.3).

Hudson 1990). If the intraallelic variability is
known only for microsatellite loci, which appear to experience recurrent mutations, it is still possible to infer
a lower bound on the number of mutations (see below).
The approach of Yang (in press) could be used to correct
for multiple substitutions if sequence data were available; for extensive sequence data, methods analogous to
those of Griffiths and Tavare (1994) could be used to
analyze the complete genealogical structure among intraallelic variants and provide a more refined estimate
of allele age.
The problem is to find the distribution of T, the total
tree length, for the intraallelic genealogy, given the allele
age t1, the number of copies of the allele in the sample,
i, the population size, N, and the growth and selection
rate, 4 = r + s. Slatkin's (1996) method for examining
the genealogy of the mutant allelic class can be used to
generate the moments of T, but it does not easily provide
the entire distribution. We can find the distribution of
T using a linear birth-death process that approximates
the coalescent model used by Slatkin (1996). In the appendix, we show that the birth-death process provides
an approximation to the coalescent model when the
sample size is relatively large and t1 is relatively small.
e.g.,

The Intraallelic Genealogical Process
In this section, we develop the theory needed to derive

the distribution of times at which lineages within a mutant class coalesce using a linear birth-death process to
model the dynamics of a rare allele. Thompson (1975)
derived the joint density of the coalescence times under
a linear birth-death process, conditional on the time of
the final coalescence. This result has also been derived
by Nee et al. (1994). Our derivation differs from these
authors only in that we condition on the time the ultimate ancestor of a population of lineages first arose (i.e.,
the time a mutation first occurred) rather than the time
< t2 be
of the final coalescence event. Let ti < ti-1
alive
at
i
individuals
which
the times (in the past) at
=
1
i
ancestral
to
coalesce
lineages,
time present (t 0)
i 2 ancestral lineages, and so on (see fig. 1). The
probability that an individual is born to one of the j
1 lineages existing at time t, that ultimately survive
to time present and the new lineage also survives to time
...

-

-

present

and leaves a single descendent lineage is

(j 1)Bpl(ti)

5

(9)

where pl(ti) is the probability that a lineage represented
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by a single ancestral lineage at time ti in the past leaves
exactly one descendent at time present. Let a single ancestral lineage arise at time t1 in the past. The joint
probability of i descendent lineages at present, arising
at times t = ti < ti 1..B.
<
< t2 in the past, is
P (tq

i1IB. D) = p1(t1)Bp1(t2)2Bp1(t3)
(i 1)Bpl(ti)

(10)

...

=

(i -1 )!pl (to)

P(ilB, D)

= (i - )!i (ti)
j=2

Vt1

In the special case of a mutant allele in low frequency in
a diploid population of constant size N, or experiencing
exponential growth with rate r, the birth and death rates
are B = 1/2 and D = 1/2 - 4 (see appendix). The joint
density of (11) is then equivalent to the joint density of
the order statistics of i - 1 random variables (see Rannala, in press) that are independent and identically distributed (iid) with density

Pi(x)

2vt,

.

(12)

This result may be used to calculate the expected total
length of the genealogy under a birth-death process and
also simplifies the calculation of the likelihood using
Monte Carlo integration (see below).
It follows that, if we consider a sample of n sequences
from a population of N diploid individuals and define f
- n/2N, we obtain the kernal density
h(x)

The total length of the genealogy of individuals in
the sample is obtained using the waiting times between
coalescence events in a birth-death process as described
above and applying the following linear transformation:
N

fl Bpl (ti)
j=2

P(tli; B, D) _ P(t, ilB, D)

=

The Genealogy Length

T = E t, + t2

Conditioning on the observed number of descendent lineages at present (i), the joint probability of t is

h(x)

result for the population coalescent under a birth-death
process.

=Pi(x)
2vt1

(13)

P(O, x)2e->

2[f - P(O. tj)e-4til
where this corresponds to the density of (12) but allows
for random sampling. If all individuals in the population
are sampled so that f = 1, this density reduces to the

((14)

The exact probability distribution of T under a birthdeath process appears difficult to derive for samples of
more than two individuals, but may be approximated
using Monte Carlo simulation methods (see below). The
preceding theory may be applied to derive an MLE of
the age of the ultimate ancestor (t1) of the class of mutant
alleles, and we now consider this problem in some detail.
MLE of Allele Age
In this section, we develop a MLE of t1 that takes into
account both the frequency of the mutant class in a
sample of DNA sequences and the observed intraallelic
variability as measured by the number of segregating
nucleotide sites (S). The joint probability of observing
S segregating nucleotide sites among i mutants in a sample of n sequences from a population is

P(S, il|t1, N, n, 4, )
=

P(Sltl, N, n, 4, p; i)P(ilti, N, n, A; i > 0)
(15)
t fti-i
=J
J ~~P(Slt; g)P(tltl, N, n,4; i)
...o t=0
X

flilti, N. n, A; i > O)dti . .. dt2 ,

where the density P(ilt1, N, n, A; i > 0) is given by
equation (7) above. The density of (15) is the likelihood
function for t1 based on the random variables S and i,
which we will denote as L (t1 I S, i; N, n, 4, a), indicating
that the likelihood is a function of the population size
N, the sample size n, the joint growth and selection
parameter 4, and the mutation rate p., as well as the
observed random variables S and i.
Monte Carlo Integration of Likelihood
For samples of more than a few individuals, the multiple integral of (15) cannot be evaluated explicitly. A
Monte Carlo estimator of the likelihood function is

L(t, IS, i; N. n, 4. A)
;:z,

P(iltl, N.

1

n,

a,; i > °)

(16)

R

RI
fP(SIg;
R
=l

Tj) ,
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where Tj is the jth random observation of T generated
by Monte Carlo simulation methods (see below), conditional on the observation of a total of i alleles of the
mutant class in the sample, and R replicate simulations
are used to obtain each estimate. The probability of S
segregating sites, conditional on T, under an infinite sites
model is

P(SKg; T) = eT(I)s

(17)

The Monte Carlo estimate of the likelihood is unbiased
and consistent (see Fishman 1996).
It is straightforward to simulate from the joint density
t by taking advantage of the property that it is equivalent
to the density of the order statistics of i - 1 iid random
variables with common density h(z). The procedure is
to generate, for each replicate of the Monte Carlo integration, a set of i - 1 pseudorandom variables z = zi,
Z2, . . ., zi-1 from the density h(x) and then label these
in order of decreasing magnitude (i.e., Z[i] < z[i-1] < ...
< Z[2]). A random observation from T is then obtained
as T = -'=2 Z(1) + Z(2). The pseudorandom observations
from h(z) may be generated using the inverse transformation method according to the following procedure:
(1) generate a uniform (0,1) random variable y; (2) obtain an observation from h(z) using the following transformation (for 4 > 0):

lnk
[=

- yfl2 +

y(4)] - ln[45 - yf/2]

(15)
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Applications
To apply our methods to specific cases, we need the
values of several quantities: i, the number of copies of
the mutant allele found in a sample, S. the number of
segregating sites within the allelic class (or at least an
estimate of the number of mutations that have occurred
within the class), f, the fraction of the total population
that is sampled, g, the mutation rate, and 4, the parameter that indicates the combined effects of population
growth and selection on the allele of interest. Given these
quantities, our method yields the MLE and the support
interval of tj, the time in the past at which the allele
arose by mutation. In general, some of these quantities
are unknown, but we can estimate tj when the unknown
parameters lie within reasonable ranges.
In our applications, the values of i and S are known
and values of f can be inferred from estimates of the
allele frequencies and population sizes. The values of j
and 4 are, in general, unknown. Other genetic data can
provide rough estimates of A. For samples from European populations, it is reasonable to assume some population growth in the recent past, and it is important to
consider a range of possible values of 4 to allow for the
possibility of selection.
CF
CF is the most common severe genetic disorder in
Caucasians, affecting between 1/2,000 and 1/4,000 newborns. The disorder is caused by the recessive effect of

mutations at a single locus, the cystic fibrosis transmembrane conductance regulator (CFTR) cloned in 1989
(Kerem et al. 1989). This gene spans -230 kb on chromosome 7 and consists of 27 exons that code for a
where,
polypeptide of 1,480 amino acids. Approximately 70%
of CF cases are caused by a mutation with a deletion
+
(f/2)(eat' 1) 4
of the 508th codon for phenylananine. This class of
t1
mutations, called "AF508," is thought to have arisen by
mutation only once (Morral et al. 1993) and hence is a
= 0, we can instead use the transformaFor the
allelic class of the kind we have modeled. Morral
single
tion:
et al. (1993, 1994) have examined the extent of variability among different copies of AF508 at three microsatellite loci in introns of CFTR and used that information to
Z
~~~~~~~(20)
t + (f/2) (1 - y) *(0
predict that AF508 arose -2,600 generations, or 52,000
years, ago. Kaplan et al. (1994) questioned that concluThe likelihood function may be evaluated numerically sion and argued that the extent of disequilibrium with
closely linked markers supports the estimate of Serre et
at any point by use of the Monte Carlo procedure described above and can therefore be numerically max- al. (1990) of an origin between 3,000 and 6000 years
0. For the analyses ago, an order of magnitude smaller than the estimate of
imized under the constraint tj
presented in this paper, the log-likelihood was evaluated Morral et al. (1994). The application of our method
leads to conclusions similar to those of Kaplan et al.
at a set of points in the region of the maximum and the
(1994).
program Mathematica (Wolfram Research 1992) was
Morral et al. (1994) examined 1,705 copies (i
then used to fit the points to a polynomial from which a
maxima and support interval of the log-likelihood were = 1,705) of AF508 from individuals seeking treatment
at clinics throughout Europe. There were 54 different
obtained by maximizing the interpolated function.
-

1

case

=

-
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haplotypes, 4 of which accounted for 88.4% of the sam- gotes, thus accounting for the high frequency of CF in
ple. On the basis of a parsimony analysis of these haplo- Europeans (reviewed by Romero et al. 1989). Recent
types, the three-locus haplotype on which AF508 arose evidence suggests that CF heterozygotes may have incould be identified. The parsimony analysis also indi- creased resistance to bronchial asthma (Schroeder et al.
cated that there were -46 mutational events on the 1995) and cholera (Gabriel et al. 1994). If the selective
intraallelic genealogy. Because the extent of variation at advantage of heterozygotes is even as large as 1%, then
the three microsatellite loci was measured using only selection would outweigh the effects of population
allele repeat lengths, the possibility of more than one growth. We consider a range of values of 4, including 4
mutation to alleles of the same size cannot be ignored. = 0, to allow for different levels of selection and rates
In our analysis, we will assume that the number of muta- of population growth. In our analysis, we ignore the
tions is S = 46 and then consider the possibility that the fact that AF508 was until recently effectively a recessive
actual number is higher.
lethal. Because the allele has probably always been in
The individuals in the sample analyzed by Morral et low frequency, the vast majority of copies are found in
al. (1994) were not from a random sample of Europeans, heterozygous carriers, so the fate of the heterozygotes
so we do not know f. The frequency of CF-causing mu- is much more important than that of the homozygotes.
tants is .03, and -70 percent of those mutants are
Figure 3 shows the log-likelihood curves for t1 under
AF508, giving a population frequency of .02 for several different combinations of ji, N, and 4. These four
AF508. Therefore, we would expect to find 1,705 copies combinations illustrate the general patterns we found in
of AF508 in a sample of total size n = 1,705/0.02 a much larger number of likelihood curves. Figure 3a
= 85,250. Given a total population size of N individuals,
can be regarded as a reference set. The values of the
we can define f = n/(2N). The current population of unknown parameters are p = 10-4, 4 = 0.005, and N
western Europe is -300 million (N = 3 x 108), but = 3 x 108. The estimated age is tl = 146.0 with a 95%
individuals in this population were not equally likely to confidence interval of (116.5, 178.2), where time is meabe included in the sample, and many Caucasians are sured in generations. The value of 4 used in these calculafound in other geographic areas, so we considered tions assumes no selective advantage of the heterozysmaller and larger values of N as well.
gotes, and the mutation rate is lower than is thought to
We do not know the mutation rates at these three be typical for microsatellite loci in humans (Weber and
microsatellite loci. Morral et al. (1994) observed no mu- Wong 1993). Even with this relatively low mutation
tations at these loci in 3,000 meioses, which implies that rate, the estimated age is on the order of 3,000 years if
the upper 95% confidence limit on the mutation rate we assume 20 years per generation. That is lower than
per locus is 3.33 x 10-', assuming the rates at the three the estimate of -6,000 years by Serre et al. (1990).
loci are equal. This upper bound is somewhat lower
Selection in favor of the heterozygotes reduces il subthan the average rate estimated by Weber and Wong stantially. For example, if 4 is increased to 0.02 (fig.
(1993) of 1.2 x 10-3. As Kaplan et al. (1994) point out, 3b), il is reduced to 80.10 generations. Reducing the
in this context only the combined rate at all three sites population size has a similar effect. For example, if N
g = 9.99 X 10-' is relevant to the analysis. Because that is reduced to 108, ti decreases to 83.9. And, of course,
is only an upper bound, we consider lower rates as well. increasing the mutation rate also decreases tl. If g
The value of 4 is unknown, but it is almost certainly = 10-3, it = 46.1, a value far too small to be reasonable.
positive. European populations have grown relatively
Although our method does not give a precise estimate
rapidly, at least in the past 10,000 years, since the spread of the age of AF508, because the relevant parameters
of agriculture. The mtDNA sequence data of DiRienzo are not known with sufficient precision, our analysis
and Wilson (1991) suggests that the period of rapid does show that, unless the number of mutations creating
growth began very recently, possibly only 50,000 years intraallelic variability is vastly greater than is indicated
ago (Slatkin and Hudson 1991). The growth rate over by the analysis of Morral et al. (1994), those data do
this period does not have to be very high in order for not support a very early date for the origin of AF508.
the European population to increase to its current size. The reason is that there are relatively few mutational
For example, with an initial population of 5,000 individ- events, given the large number of copies of the allele
uals, the population size would increase to 109 in 50,000 that were examined. Given the relatively high rate of
years, with a growth rate of only 0.00488 per generation mutation of microsatellites in humans, much more inif the generation length is 20 years (Slatkin and Hudson traallelic variability would be expected than is observed
1991). If heterozygotes for AF508 had the same fitness if AF508 were actually >-50,000 years old.
as the wild-type homozygotes, then 4 = r = 0.00488
Our conclusion about the age of AF508 is not changed
would be a reasonable estimate. There has long been a if we assume larger values of S. the numbers of mutations.
controversy, however, concerning whether CF heterozy- For example, with the parameter values in figure 3a, if S
gotes have a fitness advantage over non-CF homozy- is doubled from 46 to 92, it would only increase to 221.2,
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Log-likelihood (1) of the observed number of copies (i = 1,705) and segregating sites (S = 46) for the AF508 allele of CF. Panel
Figure 3
shows I as a function of t1 with = 0.005, N = 3 x i0 f = 0.00014, and = 10-4. The MLE is = 146.0 with the 95% confidence
interval (116.5, 178.2). Panel b shows I as a function of t1 for = 0.02 and the other parameters as given above. The MLE is t, = 80.1 (67.1,
93.0). Panel c shows I as a function of t1 for N = 1 X 108, f = 0.00043, and the other parameters as given above. The MLE is = 83.9
(68.3, 100.6). Panel d shows 1 as a function of t1 for = 10-3 and other parameters as given above. The MLE is t, = 46.1 (36.7, 56.8).

a

,

or -4,500 years. The reason is that, as tj increases, the
total tree length, T, increases very rapidly because each
of a large number of lineages must become longer. The
value of S would have to increase very dramatically in
order for il to increase by even an order of magnitude.
Furthermore, any population subdivision, or isolation of
subpopulations within Europe, would make our conclusion stronger because subdivision would tend to increase
the total tree length for any given value of ti.
Our results suggest there was probably no strong selection in favor of the heterozygous carriers of AF508.
With prolonged selection of moderate intensity, on the
order of 1%-2% advantage, tl becomes too small to
be consistent with its widespread geographic distribution and its relatively high frequency in Basques, who
are though to be descended from early inhabitants of
Europe (Casals et al. 1993).
We can apply our method to another mutation of
CFTR, G542X, a nonsense mutation in exon 11, that
has been assessed by Casals et al. (1993). The data set is
much smaller: i = 62 copies were examined at the same
three microsatellite loci used by Morral et al. (1994) with

AF508. The data of Casals et al. (1993, table 4) indicate
that at least S 5 mutations occurred at the three microsatellite loci. The frequency of G542X is much smaller
than AF508, making up 8% of the CF alleles found in
a survey of Spain. The frequency of G542X varies with
location in Spain (Casals et al. 1993), but for the purposes
of our analysis we will assume a frequency of .03 x .08
.0024 in a random sample of the Spanish population.
The choice of a population size for our analysis is problematic. The population of Spain is -37 million (3.7
X 107), but Casals et al. (1993) suggest the geographic
distribution supports the introduction of G542X from
North Africa between 2,000 and 3,000 years ago, which
implies that the appropriate population for analysis may
be much larger. We used values of N between 107 and
108. Although we still do not know the mutation rates,
the same microsatellite loci were surveyed for both alleles
so we can obtain reasonable estimates of the relative ages
of the two alleles.
Figure 4 shows the likelihood curves for four combinations of parameter values for G542X. These figures,
and others not shown, indicate that G542X is somewhat
=

=
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Figure 4
Log-likelihood (1) of the observed number of copies (i = 62) and segregating sites (S = 5) for the G542X allele of CF. Panel a
shows 1 as a function of t1 with 4 = 0.005, N = 4 x 10', f = 0.00032, and = 10-'. The MLE is = 216.9 with the 95% confidence interval
(109.9, 347.7). Panel b shows I as a function of tj for 4 = 0.02 and the other parameters as given above. The MLE is = 98.7 (55.7, 144.9).
Panel c shows I as a function of tj for N = 1 x 107, f = 0.0013, and the other parameters as given above. The MLE is it = 104.5 (41.5,
178.2). Panel d shows I as a function of t, for = 10' and other parameters as given above. The MLE is t, = 121.4 (51.7, 244.7).

older than AF508. Although many fewer copies were
examined for the G542X allele, the relative amount of
intraallelic variability is slightly larger than that found
for the AF508 allele. The ratio of estimated ages depends
on the values of unknown parameters, but, if we assume
the same value of 4 for both alleles, then G542X appears
to be -1.5-3 times older than AF508. If we assume
that the value of 4 for G542X is lower than for AF508,
reflecting the possibility that AF508 may have a heterozygote advantage that G542X lacks, then the ratio of
the ages would be even greater.
The inclusion of intraallelic variability leads to a different conclusion about the relative ages of these two
mutations than we obtained by using the allele frequency
alone. Because G542X is in much lower frequency than
AF508, (8) implies that it is younger. But our analysis
of the extent of intraallelic variability implies that it is
somewhat older, and possibly much older.
Discussion

We have shown how to use the theory of birth-death
provide an estimate of the age of an allele,

processes to

using both its observed frequency and the extent of intraallelic variability. The method assumes that all of the
intraallelic variation arose by mutation after the mutation that defines the allelic class occurred. That assumption excludes the possibility of intraallelic recombination, which is reasonable for alleles that have arisen
recently. Although some parameters of the model are
not known with certainty, at present, our results show
what parameters strongly affect estimates of allele age.
In particular, estimates are very sensitive to the mutation
rate, about which some information can be obtained
from existing estimates of mutation rates at microsatellite loci.
Our method, of course, relies on simplifying assumptions about the population from which samples are
taken and about dynamics of the alleles of interest. We
have ignored population subdivision, historical fragmentation of populations, and the possibility that selection affecting the allele may have varied with time. Other
methods for estimating allele age, including those of
Serre et al. (1990) and Risch et al. (1995), make the
same simplifying assumptions. The simplicity of birth
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and death models suggests that many of these complicating factors could be taken into account.
In this paper, we have concentrated on the number
of mutations occurring within an allelic class, but the
same approach could be used to predict the probability
of any observed configuration of alleles, provided that
the mutation model were known. The theory of birthdeath processes provides the joint distribution of coalescence times, which in turn may be used to generate the
distribution of S as a function of the demographic and
mutational parameters. To find the distribution of allelic
configurations, we would have to add, at each coalescence, all descendent configurations as equally likely.
The resulting analysis would be essentially the same as
that of Griffiths and Tavare (1994), with the primary
difference being the distribution of the coalescence
times.
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Appendix
Relationship between the Birth-Death Process and the
Conditional Coalescent
Our method for estimating the age of an allele assumes
that the allele of interest is found in low frequency in a
sample from a large population. For a neutral allele in
a large population, the ancestry of the entire sample
can be described by the coalescent process defined by
Kingman (1982). Slatkin (1996) showed how to find
properties of the genealogy of a neutral allelic class that
arose by a single mutation at a known time in the past,
conditioned on the number of copies of that allele found
in the sample. We will call the genealogical process for
the allelic class the "conditional coalescent" and show
how the conditional coalescent process can be approximated by a linear birth-death process with appropriate
parameter values.
Using the notation of Tavare (1984), the number of
ancestors i of a sample of n copies of a locus at time t
in the past is a random variable described by a continuous time Markov chain with state space (1, 2, . . ., n}:
i~i -1)

dt -

4N(t)

t(t)

+ 1)i+t)5(l
Pi(i
, (Al)
+ 4N(t)

for i = 1, 2, .. ., n, where pi(t) is the probability of
being in state i at time t in the past, Pn+l(t) = 0, and
N(t) is the population size at time t in the past. The

=

(A2)

I2Nt) .

With the initial condition, pn(0) = 1 and pi(O) = 0 for i
< n, a complete solution can be obtained (Tavare 1984).
From this solution, x (t), the expected value of i at t,
can be expressed as an infinite sum involving ratios of
factorials (Tavare 1984, eq. 6.7).
The general formula for x (t) is not useful here, but
there is a simple approximation that can be obtained
directly from (Al). By multiplying each side of (Al) by
i and summing over i, we obtain
dx (t)
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dp~t)

population size is assumed to be large enough that only
one coalescence event can occur in any generation. We
allow for arbitrary deterministic changes in population
size because time can be rescaled using (from Griffiths
and Tavare 1994)

dA

x(xr)[x (X) - 1]
2

a2 (X)
2 '

(A3)

where a' (t) is the variance of i at x(t). If we assume that
aC, is small relative to x during the times of interest, then
we can ignore the second term in (A3). By further assuming that x >> 1, we obtain

dx(t) _

x2(t)

dA

2

(A4)

which has the solution

x(t)

=

n

1 +

nt(t)/2

(A5)

for the initial condition x (0) = n. Numerical analysis
shows that (AS) provides an excellent approximation to
the exact value provided that n is large and that t is
sufficiently small that x (t) remains large.
The genealogy of an allelic class that arises by mutation at time t1 in the past is obtained by randomly choosing one the of i ancestral lineages at t1 and focusing on
the gene genealogy of all descendents (Slatkin 1996).
Considering only the number of descendents at time t
between t1 and 0, the number of mutants follows a pure
birth process beginning with one copy at t1. There is no
death, because every lineage leaves one or more descendents at t = 0, the present. We can find the birth rate
for this process by considering the time interval (t,
t - 6t). Assume that there are j mutant lineages of the
i lineages at t. We assume that i is equal to its expectation, x (t), given by (AS). After a small time &t, x (t) will
increase to x(t - &t) P x(t) + x2(t)at/[4N(t)], and the
fraction of those the lineages that carry the mutant is
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ix (t). Therefore, the increase in the number of mutant
lineages is approximately
x (t)

jot

(A6)

and the instantaneous birth rate for the process describing the number of mutant lineages is b(t) = x (t)/[4N(t)],
where x(t) is given by (AS).
We will be concerned with two special cases, a population of constant size and a population that has grown
exponentially in the past. For a population of constant
size, x(t) = n/[1 + ntl(4N)] and

b(t) = 1

if2

(A7)

where f = nl(2N) is the fraction of the population sampled. For exponential growth at rate r in the past, N(t)
= Noe-rt, r(t) = (ert - 1)/(2NOr), and
b (t) - f -

fr) 2r)e-rt

(f -

(A8)

where f = n/(2NO).
We now show that the birth process for the numbers
of mutant lineages is equivalent to the reconstructed
birth-death process. Nee et al. (1994) summarize the
theory of linear birth-death processes developed by Kendall (1948) and others and extend that theory to apply
to the case of interest here, where a fraction f of the
total population is sampled. We assume a linear birthdeath process with birth rate B and death rate D. To
predict the numbers of mutant lineages that leave one
or more descendents in the sample, the appropriate
model is a pure birth process with birth rate BP(O, t),
where P (0, t) is the probability that an individual present
at time zero leaves one or more descendents t generations later, when the sample is taken (Nee et al. 1994).
The function P(O, t) is derived by Nee et al. (1994) for
the case when a fraction of the population is sampled:

BP(0, t)

=

1 +fBt~

(A9)

when B = D and

BP(0, t) =

-

A-24)B;tX

(Al0)

when D = B(1 -t/2). The factor 2 is used in the definition of 4 in order to make later notation simpler.
Equation (A9) is appropriate for a population of constant size, and we can see by comparison with (A7) that

the birth rate for the reconstructed process corresponds
to that for the number of mutant lineages provided that
B = 1/2. Similarly, (A10) is appropriate for a population
that has been growing exponentially in size, provided 4
> 0. Equation (A8) shows that the birth rate for the
two models are equivalent when B = 1/2 and 4 = r.
Thus, we have demonstrated that the numbers of mutant lineages in a coalescent model can be approximated
by a linear birth-death process, provided that n is large,
t is relatively small, and the parameters of the birthdeath process are scaled appropriately. The factor of
/2 enters for the same reason that there is a factor of
1/2 difference between many properties of the Moran
model and the Wright-Fisher model (Ewens 1979). That
factor is necessary to make the time scale of the birth and
death model correspond to generations in the coalescent
model.
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