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1. INTRODUCTION

The maternally inherited mitochondrial DNA (mtDNA) has been widely used to infer on human po-
pulation history. There is a growing interest in the application of mtDNA in forensic identification prob-
lems, partially due to the possibility of typing sequences from very small or degraded biological samples
(BATAILLE et al., 1999; LEVIN et al., 1999).

Looking at the genealogical relationship of a sample of genes is a powerful way to study human genetic
diversity and coalescent theory provides a reference scheme to model genealogies. Coalescence has been also
used to evaluate match probabilities in forensic identification problems (WILSON et al., 2000).

We are concerned with the following question: how much information about identification is carried
by coalescence times? A typical data set consists of sequences of mtDNA from several individuals and the
number of different sites between all pairs of individuals often suffices to summarize most of the information
contained in the data (SLATKIN and HUDSON, 1991). The distribution of pairwise differences, or mismatch
distribution, counting the number of site differences between each pair of sequences in a sample may be
investigated at this purpose.

A mtDNA is often assumed to be a collection of completely linked sites (recombination is negligible),
thus infinitely many sites coalescent model (ICM) is suited for the analysis of such DNA data (GRIFFITHS,
1989). Following the ICM model, new segregating sites arise from a mutation process in which new mutations
do not occur at previously mutated sites.

We build on standard coalescent agreements to develop a model suited to forensic identification problems
and to illustrate the procedure we have considered a data set of 27 sequences sampled from the italian
population (Mitochondrial DNA Concordance database).

In Section 2 we recall the standard coalescent model which is the theoretical framework of our work.
Section 3 deals with the mismatch distribution and the related distribution of pairwise coalescence times.
The latter distribution may contain a considerable amount of information suited to forensic identification
problems, as the results in Section 4 seem to suggest.

2. STANDARD COALESCENT MODEL

Suppose we have a sample of n individuals from a population of constant size. The basic strategy of
the coalescent approach is to trace genealogies backward in time. All the n individuals may have distinct
parents in the previous generation or some of them may share a common parent. Let’s consider the number
of distinct ancestor 7 generations ago, 7 = 0,1,2,... As 7 increases the number of distinct ancestors of the
sample decreases until all n individuals at generation 0 share only one common ancestor (MRCA).

If two individuals pick the same parent in the previous generation we say that they coalesce. Coalescent
events are assumed to occur only between pairs of individuals. This assumption is motivated by the expression
that defines the probability that k individuals will have no common ancestor in the previous generation

]ﬁN‘]\;i=1—%+O<%>. (1)

in which the O (ﬁ) term includes coalescence events of three or more individuals eventually involving
different parents.
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From (1) by independence of coalescence events in different generations, the probability that &k individ-
uals don’t share a common ancestor in the previous 7 generations is

i

i=1

T

(2)

If we express time in units of N generations, that is by substituting 7 = N¢, then

[]ﬁl_ﬂmz (1_%)+0<$>>N —en(-(3)) ®

as N — 00, i.e. a well known diffusion approximation is obtained. A larger class of models is approximated
if the coalescence time is measured in units of No—2, where o2 is the variance of the number of offsprings
for one individual. By assuming 02 = 1 we obtain the Wright-Fisher model (GRIFFITHS and TAVARE,
1994).

Let T}, be the amount of time during which there are k lineages. From (3) and the Wright—Fisher model,
the distribution of T}, is exponential with scale parameter equal to k(k — 1)/2.

The coalescence of n individuals may be represented by a binary tree in which leaves are the observed
sequences and inner vertices are generated by coalescence events.

Since only pairs of individuals coalesce, in a sample of size n there are n — 1 coalescent events. In the
coalescent tree the n — 1 branch lengths are given by the waiting times between successive coalescence events
so by the n — 1 coalescence times {1, T,—1,...,T2}. Two important quantities associated with a coalescent
tree are: the height T which is the time to the most recent common ancestor and the length L which is the
total of all branch lengths. These quantities are defined by:

T:i:Tk, L:ika (4)
k=2 k=2

The topology of the tree, that is the map defining pairs of coalescing lineages, completes the description
of the genealogy. It’s usual to represent the topology as a family of equivalence relations

R={Rn(r):7=0,1,2,...} (5)

where for any two individuals ¢ and j, we say that iRy (7)j if and only if 7 and j have a common ancestor
at 7 generation; under the assumption of neutrality all lineages are equally likely to coalesce. It’s trivial to
verify R (7) is an equivalence relation. Clearly Ry (0) = {{1},...,{n}} and if iRx(7)j then iRy (7 + h)j,
h=1,2,...

Under mild conditions, the genealogical process {Rnx([Nt]) : t > 0}, where time is re-scaled in con-
tinuous time units of N and [Nt] is the integer part of Nt, in case of a large population (i.e. large N)
is well approximated by the n—coalescent {R(¢) : ¢ > 0} which is the continuous—time Markov chain with
infinitesimal generator

,(\g\) ifn=¢
Qen = 1 ifE<n (6)

0  otherwise
where £ and 7 are equivalence relations on {1,2,...,n}, |£| is the number of equivalence classes of & and
& < 1 denote that n can be obtained from ¢ by merging two equivalence classes of £ into a single class of 7.

Summarizing the genealogy of a sample can be described in terms of its topology and branch lengths.
The topology R can be represented using equivalence classes for ancestor; the branch lengths {T5,...,T,}
are given by the waiting times between successive coalescence events. So we can indicate a coalescent tree
as {Ta,..., T, R}

According to the Wright-Fisher model, since neutral variants don’t affect reproductive success, it is
possible to separate the neutral mutation process from the genealogical process. Let G = {T3,...,T,, R}
a genealogy, then mutation can be added afterwards according to a Poisson process with constant rate 6,/2
where § = 2Ny in which p is the mutation rate per gene per generation. If the data are DNA sequences,
then w is equal to the sequence length x the mutation rate per site per generation.
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3. METHOD

As noted by SLATKIN and HUDSON (1991) and ROGERS and HARPENDING (1992), the geometric

distribution
py= 2 (0 4w (7)
T 1460\1+6) = avH

doesn’t fit the observed pairwise differences. Equation (7) is useful for independent pairs of sequences
(WATTERSON, 1975) but pairs of genes in a single sample or from the same population are correlated
since they have a common history (BALL, NEIGEL and AVISE, 1990). Their history is represented by the
underlying genealogy which is just one. SLATKIN and HUDSON (1991) and ROGERS and HARPENDING
(1992) conclude that if the observed distribution of pairwise differences is close to a Poisson, then it is
consistent with the hypothesis that the population from which those genes were sampled has been growing
exponentially in size. Their results also suggest that a history of exponential growth in population size tends
to force coalescent events to occur in a relatively restricted range of times. In that case, correlations between
coalescence times created by the underlying genealogy are relatively unimportant.

The relationship between the distribution of pairwise differences and the distribution of coalescence
times is obtained by noting that, for a given coalescence time T5 = ¢, the number of mutations that occurred
follows a Poisson distribution with mean 2ut. So in the case of a constant size population, by standard

coalescent theory we know
(S2|T> = t) ~ Poisson(0t) (8)

where S5 is the number of segregating sites in a sample of two individuals and 75 is the time to the most
recent common ancestor of the same sample.

Under the infinitely many sites model, all of the information in the two sequences is captured in the
number of segregating sites Sy and, under the coalescent model, the coalescence time T, has an exponential
distribution with mean 1. After observing So = k, the distribution of 75 is a Gamma with shape 1 + k and
scale 1/(1 + 6) (TAJIMA, 1983) whose density is

1 0 1+k
Ft|Se =k) = (Ul +k') the=(1H0) (9)
Then, if S5 is the pairwise differences random variable and it is distributed like a Poisson with parameter
A, the distribution of the corresponding coalescence times is
—soyax— (L O )
P(Ty<t)=)Y P(Ty<t[S;=k)P(S;=k)=e ZT u
k k

(10)

Under the hypothesis of fluctuations in the population, the size N(t), function of the time, must be
considered. By standard diffusion approximation of the coalescent theory, the probability that the first
coalescence event about two lineages in the interval of time (¢,¢ + dt) is (SLATKIN and HUDSON, 1991)

1 |
P(T, < t)dt = —— exp [—/ —ds} dt (11)
N(t) o N(s)
If we assume that the effective population size has been growing exponentially at a constant rate r, then
N(t) = Ne™" (12)

where N is the population size before the expansion and equation (4) reduce to

P(Ty < tydt = & 1 (13)
N R A

which is a special case of the Gumbel distribution.
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From (9) we have:

—(0—r)t rt k
F(t1S2 = k) o fr, ())P(S5 = KTz = £) = ——— exp (-e — 1) (9]3 (13)

If Nr > 1 then coalescence events tend to occur in a restricted range of times as we can see in figure 1.
As a consequence of this fact, correlations between coalescence times are not significative. Now if we
assume Sy ~ Poisson(\)

P(Ty <t) =Y _ P(Ty < t[S; = k)P(S; = k) (15)
k
from which (B4 A_r)t . A
B e WA e —1 (tX)
1) = Ekjf<t|K>P<sz =k) = ——F—— e ( i ) Ekj N (16)
%
: 0 ‘

FIGURA 1. Probability of density of coalescence time, measured in units of 1/r, of two

genes sampled from an exponentially growing population with Nr=100

We guess that the distribution of coalescence times T obtained above contains information on the
population which is referred to. In particular, it can be use as a reference distribution for samples of size
two.

For example, let’s A be an individual pertaining to a population P whose reference distribution of
coalescence times is known and suppose we’ve found the mtDNA trace of another individual B. If A and
B pertain to the same population P we guess that: (i) the mode of the distribution of coalescence time
between A and B after observing the number of segregating sites doesn’t differ very much from the mode
of the reference distribution of population P; (ii) the distribution of coalescence times between A and B
given the observed number of segregating sites is quite similar to the reference distribution of population P;
whereas it is reasonable to be expected that guesses (i) and (ii) are not completely true when A and B don’t
pertain both to the population P.

4. RESULTS
In figure 2 is showed the frequency distribution of pairwise differences in 27 mtDNA sequences from
italian population sequenced in the HVRII 77-150 region. We have used a value of 5000 for the effective
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population size N and a value of 1/300 for the mutation rate per gene per generation (STONEKING et al.,
1992), corresponding to 6 = 10.09.
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FIGURA 2. Frequency of pairwise differences in 27 mtDNA sequences

The distribution is unimodal and it strongly resembles to a Poisson distribution as regards its shape.

In figure 3 we have fitted observations from a Poisson distribution: the — — distribution is a Poisson
with the same mean of the observed pairwise differences whereas the —— distribution is a Poisson whose
parameter A is the median of the posterior p(A|k) = p(k|\)p(\) with a prior p(A) choose as Gamma(a, 3)
prior whose mean and variance are the same of the observed pairwise differences.
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FIGURA 3. Comparison to the observed pairwise differences with a Poisson distribution.
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Since the observed mismatch distribution is close to a Poisson and quite similar as regards its shape,
the hypothesis of an approximatively exponential increase in population size is supported. In figure 4 we
have plotted the coalescence times T5 in the case of a constant population size, obtained as described in the
previous section, and corresponding to the two Poisson distributions of figure 3. They are very similar with
a coalescence time mode equals to 0.27 for the first distribution and 0.29 for the second.
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FIGURA 4. Distribution of coalescence times. For the first distribution we have marginalized
on a Poisson with the same mean of the observed pairwise differences; for the second we have

marginalized on a Poisson with parameter equal to the median of the posterior.

By making the hypothesis of exponentially growing population, the distribution of coalescence becomes
(figure 5):
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FIGURA 5. Distribution of coalescence times when population increases exponentially in size.
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We are interesting in using information about coalescence times in forensic problems. Suppose we have
found at the scene of crime genetic material and there is reason to believe the sample is from the perpetrator
of the crime. Which is the information carried by coalescence times? If the two samples are from the same
population or from the same racial group, then they should coalesce before time that occurs when they
pertain to different populations. For example, the distribution of coalescence times between two italian
individuals is similar to the reference distribution for the italian population we have found. In particular the
mode of the coalescence times distributions is very close to the mode of reference distribution as showed in
figure 6 for constant size population and in figure 7 for exponentially growing size population.
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FIGURA 6. Constant size population. — reference probability density of italian population;- - -
coalescence times probability density between two Italians; - - - coalescence times probability

density between an italian individual and an african individual

03 04 05
1

Probability density

01

Coalescence time

FIGURA 7. Exponentially growing population. — reference probability density of italian pop-
ulation; - - - coalescence times probability density between two Italians; - - - coalescence times

probability density between an italian individual and an african individual
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4. CONCLUSIONS

Frequency distribution of pairwise differences in sequences of genes, or equivalently their pairwise coale-
scence times, provides an indication of the history of individuals from which they are sampled. In particular,
distributions of pairwise differences which are similar in shape to a Poisson indicate that demographic events
in the past have forced coalescence events into a narrow time window. It is the case of an exponential growth
population model even if this is not the only model of population growth consistent with the observation of
a nearly Poisson mismatch distribution.

When population growth force most of the coalescence events into a narrow time period there is a
star—shaped genealogy. A consequence of a star like gene tree is that correlation between coalescence times
created by the common history of the individuals are relatively unimportant. Thus information carried by
the topology of the tree can be neglected.

In this framework we use information on demographic events contained in the frequency distribution of
pairwise coalescence times. In particular, we are concerned with sample of genetic material found at scene
of crime for which there is reason to believe it is from the perpetrator of the crime.

A natural question is the following: if the sample found at the scene of crime and the sample of the
suspect pertain to the same population or to the same racial group?

To answer this question we propose to use the frequency distribution of pairwise coalescence times as a
distribution we name “reference distribution” for the population we conjecture that individuals pertain.

In order to justify this way to proceed we observe that people have a history similar to those of the
population from which they are sampled. Another observation is that two people pertaining to the same
racial group are in time less distant than two people who pertain to different populations or racial groups.

As showed in the previous section, the distribution of coalescence times of two individuals, two Italians in
our simulations, is similar to the reference distribution of the population to whom they pertain, in particular
their modes are very closed. Instead the coalescence times distribution of an italian individual and an african
one is sensitively different from the reference distribution of italian population.

In spite of the simple models we adopted in this paper and the simple identification problem we formu-
lated, our results suggest that the distribution of pairwise coalescence times contains information suited to
forensic identification purposes.
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