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Abstract
The identification of dog hair through mtDNA analysis has become increasingly important in the last 15 
years, as it can provide associative evidence connecting victims and suspects. The evidential value of an 
mtDNA match between dog hair and its potential donor is determined by the random match probability 
of the haplotype. This probability is based on the haplotype’s population frequency estimate. Consequent-
ly, implementing a population study representative of the population relevant to the forensic case is vital 
to the correct evaluation of the evidence. This paper reviews numerous published dog mtDNA studies and 
shows that many of these studies vary widely in sampling strategies and data quality. Therefore, several 
features influencing the representativeness of a population sample are discussed. Moreover, recommenda-
tions are provided on how to set up a dog mtDNA population study and how to decide whether or not 
to include published data. This review emphasizes the need for improved dog mtDNA population data 
for forensic purposes, including targeting the entire mitochondrial genome. In particular, the creation of 
a publicly available database of qualitative dog mtDNA population studies would improve the genetic 
analysis of dog traces in forensic casework.
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Introduction

Dogs (Canis lupus familiaris) are common and widespread in human society and hence, 
dog trace material is frequently encountered in forensic casework. Usually, this trace 
material involves hair, which is easily dispersed either through immediate contact with 
a dog or indirectly via an intermediate carrier, thus leaving a signature of the dog. Con-
sequently, determining whether a particular dog could have donated the hair found at 
a crime scene may provide associative evidence (dis)connecting victims and suspects. 
For example, dog hairs could have been transferred from a victim’s clothes to the trunk 
of a perpetrator’s car during transportation of a body. Linking these hairs to the victim’s 
dog could connect the suspect to the crime.

Most dog hairs collected at crime scenes are naturally shed and are in the telogen 
phase. As such, because they contain only limited amounts of, usually degraded, nu-
clear DNA (nDNA), they are ill suited for nDNA analysis. Conversely, mainly as a 
result of its high copy number and much smaller size (Nass 1969, Bogenhagen and 
Clayton 1974), mitochondrial DNA (mtDNA) is quantitatively and qualitatively bet-
ter preserved than nDNA in telogenic hairs and hence is far more suitable for analysis, 
as e.g. demonstrated in Gagneux et al. (1997) and Allen et al. (1998). To identify the 
mammal taxon that shed the hair, DNA barcoding can be applied through analysis of 
an mtDNA marker with little variation within and sufficient variation among taxa, 
often a part of cytochrome b or cytochrome c oxidase subunit I in forensics (Linacre 
and Tobe 2011). On the other hand, in order to individualize dog hairs as accurately 
as possible, it is necessary to analyze mtDNA regions that show high variability among 
dogs and low intra-individual variation (heteroplasmy). As for human traces, this type 
of analysis focuses on the non-coding control region or D-loop (Wilson et al. 1993, 
Holland and Parsons 1999), which in dog mtDNA comprises about 1200 bp consist-
ing of two hypervariable regions (HV-I and HV-II) separated by a Variable Number 
of Tandem Repeats (VNTR) region (Figure 1). This VNTR is a 10 bp tandem repeat 
with variable repeat numbers, both between and within individuals (length hetero-
plasmy). Because of its high level of length heteroplasmy, this repeat region is mostly 
not considered in forensics (Fridez et al. 1999). Several publications illustrate forensic 
casework involving control region analysis of dog traces, such as Savolainen and Lun-
deberg (1999), Schneider et al. (1999), Branicki et al. (2002), Aaspõllu and Kelve 
(2003), Halverson and Basten (2005) and Scharnhorst and Kanthaswamy (2011).

In general, mtDNA is maternally inherited (Sato and Sato 2013). In theory, this 
means that all dogs sharing a maternal line have the same mtDNA haplotype barring 
mutations. Hence, a match between the mtDNA of the dog hair found at a crime 
scene and that of a dog suspected of donating the trace, may be due to either of three 
possibilities: (1) the dog hair from the crime scene is from the suspected donor, (2) the 
hair from the crime scene is from a dog of the same maternal lineage as the suspected 
donor, (3) the mtDNA from the crime scene is by coincidence identical to that of 
the suspected donor. In order to assess the evidential weight of a match under the last 
scenario, one must calculate the haplotype’s random match probability, the probability 
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that within a given population two randomly selected dogs will share the same haplo-
type by chance (Holland and Parsons 1999).

The random match probability is determined by the frequency estimate of the 
haplotype in the population of interest. The more common a haplotype, the higher 
is the probability that two dogs share this haplotype by chance, thus decreasing the 
evidential value of a match with this mtDNA type. Consequently, this sort of forensic 
applications requires the accurate estimation of haplotype frequencies in a population 
relevant to the criminal case.

The goal of this publication is to draw people’s attention to the importance of 
implementing a dog mtDNA population study representative of the population of 
interest in a forensic case. It will provide an overview of the most important issues to 
keep in mind both when performing a population study of your own, as well as when 
considering to use published mtDNA data. First of all, sampling strategy characteris-
tics are discussed such as sample size, maternal relatedness, breed status of the sampled 
dogs, and their geographic origin. Next, the importance of the quality of the sequence 
data is emphasized. In addition, the need to expand the sequenced DNA fragment in 
dog mtDNA studies is illustrated. Finally, the advantages of, and the criteria for, the 
assembly of an international, publicly available dog mtDNA population database of 
the highest quality, are pinpointed.

Estimating population frequencies of dog mtDNA haplotypes for forensic 
purposes

Background

The accuracy of haplotype frequency estimates almost entirely depends on the charac-
teristics of the population sample that is used to represent the relevant population, i.e. 

Figure 1. Position of the control region and its subregions within the Kim et al. (1998) reference dog 
mitochondrial genome.
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the population to which the donor of the trace is supposed to belong. Hence, biased 
population samples may lead to haplotype frequency estimates that diverge from the 
true population values.

To explore the impact of biased reference population samples in dog studies, we 
relied on current practices in human mtDNA population analyses and data derived 
from a selection of papers on haplotype variation in the dog mtDNA control region or 
the entire mitochondrial genome (mtGenome). Table 1 summarizes the main charac-
teristics of the 58 dog studies used in this review. It includes studies with forensic aims, 
but also phylogenetic population and breed studies.

Dog mtDNA studies quite often do not meet the standards required for gener-
ating and publishing forensic human mtDNA population data. Briefly, these stand-
ards include: (1) providing a good documentation of the sampling strategy and a 
detailed description of the sampled individuals and the population, (2) avoiding 
sampling bias due to population substructure, (3) applying high quality mtDNA 
sequencing protocols and describing them clearly, (4) avoiding errors by handling 
and transferring data electronically, (5) performing quality checks of the gener-
ated data by e.g. haplogrouping or quasi-median network analysis and (6) making 
the full sequences publicly and electronically available preferably through either 
GenBank (Benson et al. 2013) or a forensic database such as EMPOP (Parson and 
Bandelt 2007, Parson and Dür 2007, Carracedo et al. 2010, Parson and Roewer 
2010, Carracedo et al. 2013). These standards will be discussed here in relation to 
dog mtDNA studies.

Sampling strategy and its reporting

Strategies to sample mtDNA from dog populations are rarely well documented. 
Hence, it is often not clear to what extent the population samples adequately repre-
sent the populations from which they were drawn. Not seldom, sampling efforts are 
indeed limited to “sampling by convenience”, i.e. relying on opportunistic sampling 
from locations as veterinary clinics and laboratories, dog shows, training schools and 
animal shelters. Obviously, it can be doubted whether these sampling locations are 
representative random samples of the “free” living relevant dog community (Parson 
and Bandelt 2007). Moreover, the types of sampling locations are often not even 
specified. In addition, basic information on the sampled dogs is often rudimentary, 
as many studies do not mention (1) how many dogs are mixed-breed or purebred, 
(2) to which breeds the dogs belong and/or (3) whether the geographic information 
provided refers to the region of origin of the breeds or to the actual region where the 
dogs were sampled (Table 1).

Several publications have provided recommendations on population sampling 
strategies for both dog and human mtDNA in forensics (Parson and Bandelt 2007, 
Pereira et al. 2010, Webb and Allard 2010, Linacre et al. 2011, Scharnhorst and Kan-
thaswamy 2011). Although more detailed guidelines are lacking, the main issue with 
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sampling a population in a representative manner is to avoid over- and underestimat-
ing haplotype frequencies. Sampling bias causes regarding the number and features of 
sampled individuals will be discussed in relation to dog mtDNA.

Sample size

Using a random subsampling method (Pereira et al. 2004a), Webb and Allard (2010) as-
sessed the influence of increased sample size on the distribution of haplotype frequency 
estimates in dog mtDNA population samples. They predicted that adding another 100 
dogs to sample sizes of less than 650 dogs for HV-I and 750 dogs for HV-I and -II in-
creases estimates of e.g. haplotype number and exclusion probability (i.e. the probability 
that two randomly chosen dogs from a sample have different haplotypes) with ≥ 5%. 
Table 1 shows that unless data are pooled, the majority of forensic dog control region 
population studies have rather small sample sizes of about 100 or fewer dogs.

Generally, the number of observed haplotypes increases with sample size (Table 2), 
while the proportion of rare haplotypes (i.e. encountered only once or twice) goes down. 
Consequently, exclusion probability largely remains the same with sample size expansion 
(Webb and Allard 2010) (Table 2). Under-sampling the population particularly affects the 
frequencies of haplotypes that remain rare while increasing sample size (Holland and Par-
sons 1999). This overestimation of rare haplotypes is illustrated when comparing nine fo-
rensic dog mtDNA studies. Many of the haplotypes with the highest frequencies in popu-
lation samples of ≤ 100 dogs, have lower frequencies in larger sized studies (Table 2). For 
example, haplotype C5 occurs in 4.9% of the 61 dogs in the Gundry et al. (2007) study, 
while its frequency estimate is maximum 0.5% in other US studies in Table 2. Limited 
sample size thus tends to overestimate haplotype frequencies, which decreases the evidential 
value of an mtDNA match. Since overestimations do not inflate the risk of incriminating a 
false suspect, under-sampling can be deemed a conservative error (Salas et al. 2007).

Maternal relationships

A randomized population sample for forensics should be allowed to include relatives if 
it is supposed to be unbiased (Brenner 2010). However, many population samples are 
assembled by convenience and could therefore contain more maternal relatives than 
expected from a randomized sample (Bodner et al. 2011).

The impact of a biased inclusion of maternal relatives in a forensic population 
study is rarely addressed, but generally decreases the genetic diversity of the popula-
tion sample (Webb and Allard 2009a, Webb and Allard 2010). In small population 
samples, it particularly affects the risk of over-representing rare haplotypes (Bodner et 
al. 2011). By way of example, Figure 2 demonstrates that the impact of including 4 
maternally related dogs is 5 times higher in a sample of 200 compared to 1000 dogs. In 
the smaller sample, the biased inclusion of 4 maternal relatives sharing a rare haplotype 
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even causes its population sample frequency to be quadrupled. Moreover, even when 
observed only once in a population study, a haplotype that is rare in a population is al-
ready typically overrepresented in that sample (Holland and Parsons 1999). Therefore, 
oversampling maternal relatives should be avoided.

Although not specifically mentioned as a criterion for human mtDNA data in the 
international EMPOP database (Parson and Dür 2007), published population studies 
submitted to EMPOP do state that, as far as could be ascertained, the sampled individ-
uals are unrelated. Examples are Brandstätter et al. (2007), Irwin et al. (2007), Saunier 
et al. (2009) and Prieto et al. (2011). Moreover, maternal relatives are removed in da-
tabase updates. For human mtDNA population studies, it has been recommended to 
assess familial relationships by screening both available donor information and nDNA 
variation using microsatellites (Bodner et al. 2011).

For dog studies there is no consistent practice in dealing with maternal relationships 
in the population samples. Only about half of the 58 dog mtDNA studies in Table 1 
mention whether or not they had the intention to avoid maternal relatives. Obviously, 
the usefulness of studies that do not provide this information may be doubtful in foren-
sics. How maternal relationships were assessed is often not specified either, but it usually 
involves collecting information about the dogs from their owners. These background re-
cords can be used to verify whether dogs sharing a haplotype are e.g. from the same breed 
or whether their places of residence or those of their parents coincide (Webb and Allard 
2009a, Desmyter and Gijsbers 2012). However, since dogs can have lots of offspring, 
there could be many maternal relatives, and these may be hard to track. Also, information 
provided by owners is not necessarily reliable (Webb and Allard 2009a) or available, and 
even registered pedigree records can be erroneous or incomplete (Kropatsch et al. 2011).

Figure 2. Impact of including maternally related dogs in population samples of 200 versus 1000 dogs on 
the estimation of the frequencies of rare haplotypes.
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Purebred versus mixed-breed dogs

Another characteristic that can affect the haplotype frequency distribution in a popu-
lation sample is potential population substructure due to the existence of dog breeds. 
Indeed, although generally mtDNA does not allow dogs to be grouped into their 
respective breeds (Okumura et al. 1996, Savolainen et al. 1997, Tsuda et al. 1997, 
Vilà et al. 1997, Kim et al. 2001, Wetton et al. 2003, Angleby and Savolainen 2005, 
van Asch et al. 2005, Pires et al. 2006, Sundqvist et al. 2006, Eichmann and Parson 
2007, Gundry et al. 2007, Himmelberger et al. 2008, Parra et al. 2008, Desmyter and 
Comblez 2009, Kropatsch et al. 2011, Bekaert et al. 2012, Desmyter and Gijsbers 
2012, Suárez et al. 2013), haplotype frequencies can differ between breeds, as well as 
between specific breeds and the entire dog mtDNA gene pool (Savolainen et al. 1997, 
Vilà et al. 1999, Angleby and Savolainen 2005, van Asch et al. 2005, Pires et al. 2006, 
Ryabinina 2006, Eichmann and Parson 2007, Gundry et al. 2007, Hassell et al. 2008, 
Himmelberger et al. 2008, Parra et al. 2008, Koban et al. 2009, Webb and Allard 
2009a, Kropatsch et al. 2011, Desmyter and Gijsbers 2012, Brown et al. 2013, Suárez 
et al. 2013). Because of the overrepresentation of certain haplotypes in specific breeds 
in comparison to the general dog population, a dog trace mtDNA type might provide 
an indication about the breed(s) to which it may belong. However, such information 
should be used with caution and police investigations should not only focus on the 
more likely breed (Angleby and Savolainen 2005, Hassell et al. 2008, Desmyter and 
Gijsbers 2012).

Obviously, the over- and underrepresentation of particular breeds in a population 
sample compared to the population from which the sample is drawn, may bias hap-
lotype frequency estimates (Desmyter and Gijsbers 2012). Therefore, in theory, dogs 
should be randomly sampled in order to correctly represent the breed composition of 
the population of interest (Scharnhorst and Kanthaswamy 2011). In addition, it is 
recommended that population samples reflect the actual proportions of mixed-breed 
versus purebred dogs in the population. However, mixed-breed dogs are often under-
represented in population studies (Smalling et al. 2010) and many population studies 
even only include purebred dogs (Table 1). Moreover, since most samples are collected 
by convenience, deviations from the actual breed composition of the population and 
overrepresentation of rare dog breeds are to be expected. This should be taken into ac-
count when using this sort of data in forensic casework (Eichmann and Parson 2007).

Against this background, Savolainen et al. (1997) attempted to adjust the number 
of dogs per breed in their population sample, so as to more accurately reflect the coun-
trywide breed composition in Sweden. Later, Angleby and Savolainen (2005) stated 
that the exclusion probability of population samples containing dogs of the 20 most 
common breeds in Sweden represent the Swedish population more accurately than 
population samples containing the 100 most common breeds. Still, the number of 
dogs per breed and the overall number of breeds in a sample can be overestimated, 
since these data largely depend on the owner’s subjective opinion (Himmelberger et al. 
2008, Webb and Allard 2009a).
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Some authors have indicated that population studies specific for single breeds may 
be forensically relevant in the rare event that the breed of the dog that donated the crime 
scene trace is known, for example by eye-witness reports (Savolainen et al. 1997, Wetton 
et al. 2003, Desmyter and Gijsbers 2012). Obviously, the evidential value of an mtDNA 
match can be quite different when based on a general rather than a breed-specific popu-
lation study. Studies focused on specific breeds have been published, mostly aiming at 
verifying the accuracy of pedigree records and tracing its population genetic features (e.g. 
demographic history, region of origin, hybridization events, etc.). Examples are Vilà et 
al. (1999), van Asch et al. (2005), Kropatsch et al. (2011) and Suárez et al. (2013).

Including pedigree data can improve intra-breed mtDNA diversity studies. In the-
ory, an appropriate selection of representative individuals from existing maternal lines 
from pedigrees allows to capture all mtDNA haplotypes of a breed within a population 
while minimizing the amount of laboratory work. The frequencies of these haplotypes 
can be estimated from the numbers of offspring in each maternal line in the breed 
population (Głażewska et al. 2013). Of course, to this end pedigree records need to be 
accurate and complete (Głażewska et al. 2013). Unfortunately, this is not always the 
case, as has been shown in e.g. Weimaraner dogs (Kropatsch et al. 2011).

Analyzing the haplotype frequency distribution within breeds can also give insight 
into differences between published population studies. An example of the impact of 
breed associated sample bias was given by Desmyter and Gijsbers (2012). These au-
thors noted that the US population sample of Webb and Allard (2009a) included 
64 dogs of two Retriever breeds from Gundry et al. (2007). This could have biased 
the frequency estimates of haplotypes A16 and A33 in the US sample, since these 
haplotypes are very common in Retrievers (Desmyter and Gijsbers 2012). Addition-
ally, mtDNA studies focusing on specific breeds rather than on entire populations, 
clearly show lower amounts of variation (expressed in terms of exclusion probability) 
than population studies from similar geographical regions (Table 2). Also, the sets of 
haplotypes with the ten highest frequencies can be quite different (Table 2). In order 
to compensate for purebred related biases, Himmelberger et al. (2008) increased the 
number of mixed-breed dogs in their US population sample and claimed that in this 
way their sample was more representative than previous US dog mtDNA population 
samples. However, their sample still showed an unusually high frequency of haplotype 
A16 (Table 2), most probably because their sample was limited to only 36 dogs, 13 of 
which were either purebred or mixed-breed Retrievers.

Geographic origin

To evaluate the significance of a haplotype match between a dog trace and its suspected 
donor, a population sample should reliably reflect the population to which the donor 
of the trace is supposed to belong. As such, one might wonder about the importance 
of the geographic origin of the sampled dogs in a sampling strategy.
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Probably the most important macrogeographic issue to consider in dog studies, is 
the fact that dog populations in Southeast Asia show almost the entire dog mtDNA 
diversity, while elsewhere in the world only parts of this diversity is present (Savolainen 
et al. 2002, Pang et al. 2009, Ardalan et al. 2011, Brown et al. 2011). This suggests 
that SE Asia is the region where dogs were first domesticated and from where domesti-
cated dogs were spread throughout the rest of the world (Savolainen et al. 2002, Pang 
et al. 2009). Another noticeable macrogeographic structuring in dog mtDNA is that 
haplotype group d1 is almost exclusively found in Scandinavian and Finnish breeds, 
in which sometimes over 50% of the dogs have a d1 haplotype (Klütsch et al. 2011a). 
Obviously, this sort of macrogeographic mtDNA differentiation should be considered 
in population sampling, since oversampling dog breeds of SE Asian or Scandinavian/
Finnish origin in local population samples elsewhere in the world can bias haplotype 
frequency estimates. For example, Angleby and Savolainen (2005) demonstrated that 
dogs of East Asian origin in Europe carried a number of haplotypes that are absent in 
native European breeds. Moreover, the frequencies of globally common haplotypes dif-
fer between Asian and European samples (Angleby and Savolainen 2005). This is also 
illustrated by the composition and frequency distribution of the most common dog 
haplotypes in the breed study from Japan by Okumura et al. (1996) and those in the 
forensic population studies from Europe and the US (Table 2).

Quality of nucleotide sequence data

The description of haplotypes is a source of error and confusion when comparing pop-
ulation studies. Typically, haplotypes are aligned to a reference sequence using software 
supplemented with annotation rules in order to record them unambiguously as an 
alpha-numeric code. This code is a shortened annotation of the sequence string, con-
sisting of differences to the reference sequence. For example, the HV-I alpha-numeric 
code of haplotype A11 is 15639A, 15814T and 16025C (Angleby and Savolainen 
2005). Analogous to human mtDNA analyses, Pereira et al. (2004b) recommended to 
set the L-strand of the first published complete dog mtGenome (Kim et al. 1998) as 
the reference standard. In order to identify different haplotypes and enable their com-
parison, Pereira et al. (2004b) listed a number of rules to align sequences to the Kim 
et al. reference (1998) and to unambiguously record polymorphisms. These rules are 
based on those for human mtDNA (Carracedo et al. 2000, Wilson et al. 2002b, Wil-
son et al. 2002b). Length heteroplasmy in the VNTR region of the dog’s mtDNA con-
trol region complicates the numbering system of the nucleotide positions. To simplify 
this, Pereira et al. (2004b) decided that numbering the nucleotide positions after this 
repeat region should start at position 16430 regardless of the number of repeats (Figure 
1). Nevertheless, even with a standard reference haplotype, a numbering system and 
annotation rules, variation can still be miscoded, such as for the polyC-polyT-polyC 
region from position 16661 to 16674 in HV-II (Table 3).



Sophie Verscheure et al.  /  ZooKeys 365: 381–411 (2013)398

Haplotypes can also be denoted by names. However, it is not good practice to pro-
vide only haplotype names in publications, like e.g. Sundqvist et al. (2006) did. This 
introduces ambiguities if the same names are used elsewhere for other haplotypes. For 
the same reason, it is ill advised to use haplotype names that differ from GenBank entries, 
as was done by e.g. Smalling et al. (2010). The haplotype names established by Savol-
ainen et al. (2002), Savolainen et al. (2004) and Angleby and Savolainen (2005), were 
expanded by Pang et al. (2009) and Webb and Allard (2009a), such that they both used 
the same names for different new haplotypes. Since then, names of new haplotypes often 
overlap between publications that are building further onto the names of both of these 
publications, e.g. Smalling et al. (2010), Ardalan et al. (2011), Klütsch et al. (2011a) and 
Imes et al. (2012). In addition, applying previously published haplotype names can be 
difficult because the analyzed mtDNA region may differ (Pereira et al. 2004b).

Mistakes occur relatively often while copying and editing sequence data. There-
fore, guidelines have been published to minimize making these clerical errors and to 
detect them more easily (Bandelt et al. 2001, Bandelt et al. 2004, Yao et al. 2004, Salas 
et al. 2005). For example, alpha-numeric codes presented in the form of a matrix-
based dot table are particularly error-prone and difficult to read (Parson and Bandelt 
2007, Parson and Roewer 2010). In practice, several clerical errors have been observed 
in dog mtDNA studies. For example, alignment with the Kim et al. (1998) reference 
sequence of the GenBank entries corresponding to the HV-I codes in Table 2 of Imes 
et al. (2012), revealed several inconsistencies. A deletion at position 15932 in many 
haplotypes in Table 2 of Imes et al. (2012) cannot be observed in most of the GenBank 
entries. As such, this deletion defined two artificial haplotypes. Furthermore, Table 2 of 
Imes et al. (2012) did not include two haplotypes deposited in GenBank, while variant 
base 15665C was not recorded for haplotype A170*.

As more mtGenome data are generated, coding regions SNPs are encountered that 
appear to be characteristic for particular control region haplotypes and haplogroups 
(Verscheure, unpublished data). Such SNPs can help to indicate potential sequence 
or clerical errors. For example, the control region sequence of mtGenome haplotype 
A169* (A11 after removal of the deletion at 15932) belongs to haplogroup A (Imes et 
al. 2012), but the SNPs in the rest of its mtGenome are typical for haplogroup B. This 
might be due to artificial recombination, caused by mixing up amplicons from dif-

Table 3. Illustration of different annotations for the HV-II polyC-polyT-polyC haplotype with 6 C’s, 8 
T’s and 2 C’s. Annotation (1) was used by Gundry et al. (2007), while Eichmann and Parson (2007) and 
Desmyter and Gijsbers (2012) applied annotation (2) because of different alignments to the Kim et al. 
(1998) reference sequence of 3C8T3C.

#C#T#C

16661

16662

16663

16663.1

16663.2

16663.3

16664

16665

16666

16667

16668

16669

16670

16671

16672

16673

16674

3C8T3C C C C - - - T T T T T T T T C C C
6C8T2C (1) C C C C C - C T T T T T T T T C C
6C8T2C (2) C C C C C C T T T T T T T T C C -
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ferent individuals, either during laboratory work or data editing (Bandelt et al. 2001, 
Bandelt et al. 2004). Similarly, the entire mtGenome sequence of Imes et al. (2012) 
haplotype A167* is more typical of haplogroup C than of haplogroup A.

As shown above, deposition of sequence data in GenBank provides an opportu-
nity to verify sequence data quality. Unfortunately, in contrast to good practice, 15 
of the 58 studies reviewed here did not submit any sequence to GenBank, but only 
provided alpha-numeric codes or haplotype names. Moreover, several papers did not 
even disclose the haplotype sequences or their estimated population frequencies (Table 
1). When studies did deposit sequences in GenBank, they did so either only for new 
haplotypes, for all observed haplotypes, or for all sampled dogs. These various prac-
tices may confound subsequent analyses. For example, Imes et al. (2012) extracted 
the mtGenomes of the same 14 dogs twice from GenBank, because these sequences 
were uploaded in GenBank both by Björnerfeldt et al. (2006) and Pang et al. (2009). 
Obviously, these duplicated datasets introduce bias in the estimation of mtGenome 
haplotype frequencies and mtDNA diversity in the Imes et al. (2012) study.

Dog mtDNA studies show a large variety of analysis methods as well. Consequent-
ly, the quality of these analyses might vary. Next to annotation issues, several sequence 
quality issues have been observed while reviewing dog mtDNA studies. For example, 
Webb and Allard (2009a) reported sequence reading difficulties in the HV-II region 
because of length heteroplasmy in the VNTR and the polyC-polyT-polyC region. 
Nevertheless, in about 190 sequences Webb and Allard (2009a) observed that posi-
tions 16430, 16431, 16432 and/or 16433 directly adjacent to the VNTR at the start 
of HV-II are deleted in comparison to the Kim et al. (1998) reference sequence. Since 
deletions have not been reported at these sites in any of the other reviewed studies, we 
suggest these should be considered missing data due to reading difficulties. Therefore, 
it is recommended to verify this issue using additional primers, other alignment soft-
ware and visual inspection of the alignments. Webb and Allard (2009a) interpreted 
these sites as highly informative and counted sequences differing only at these posi-
tions (e.g. A1 and d) as different haplotypes. If these deletions indeed resulted from 
reading difficulties, then they artificially increased the haplotype number and exclusion 
probability. A second example is that about 65% of the mtGenome sequences depos-
ited in GenBank by Imes et al. (2012) contain ambiguities outside the VNTR with 
up to 130 N’s per sequence and stretches of up to 110 adjacent N’s, i.e. ambiguous 
bases due to the presence of dye blobs (Imes et al. 2012). If such ambiguities occur at 
informative sites, then these sequence quality issues can affect the frequency estimates 
of mtGenome haplotypes and the SNPs that define them.

Thus, caution and proofreading is necessary for both new sequences and those ex-
tracted from papers and databases. Therefore, Berger et al. (2012) published a detailed 
workflow for generating high quality HV-I and -II data from dogs based on experi-
ence from human mtDNA analysis. For forensic mtDNA analysis, these and other au-
thors recommend to sequence each position at least twice, preferably on both mtDNA 
strands, so as to minimize sequencing errors (Wilson et al. 1993, Carracedo et al. 2000, 
Tully et al. 2001, Parson and Bandelt 2007, Berger et al. 2012). Finally, when extracting 
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sequences from GenBank, it is important to realize that quality control of a database 
entry relies on the submitting scientist. Hence, it is not surprising that the reliability 
of GenBank data has been questioned, such as by Harris (2003) and Yao et al. (2009).

Exploring the entire mtGenome to improve discriminatory power

The majority of dogs have haplotypes that are frequent in most dog populations world-
wide. As a result, even if there are many rare haplotypes, the discriminatory power of 
the dog mtDNA control region is limited (Savolainen et al. 1997, Wetton et al. 2003, 
Angleby and Savolainen 2005, Halverson and Basten 2005, Eichmann and Parson 
2007, Gundry et al. 2007, Baute et al. 2008, Hassell et al. 2008, Himmelberger et al. 
2008, Desmyter and Comblez 2009, Webb and Allard 2009a, Smalling et al. 2010, 
Desmyter and Gijsbers 2012, Imes et al. 2012). This is well illustrated by comparing 
the mtDNA characteristics of nine forensic population studies which all consider at 
least positions 15458 to 16030 in HV-I. Almost half of the sampled dogs have haplo-
types B1, A11 or A17 with average population frequency estimates of 15.3%, 15.2% 
and 11.5%. In addition, many other frequent haplotypes are shared between samples 
(Table 2). Hence, dog mtDNA matches will often have limited forensic value.

Evidently, expanding the length of the surveyed sequence will increase the number 
of polymorphic sites and thus may improve the discriminatory power of the mtDNA 
control region in dogs. However, most population studies did not include HV-II and 
as such missed important variation that often allows splitting up HV-I haplotypes. 
Hence, sequencing at least both HV-I and HV-II is recommended for forensic popula-
tion studies (Eichmann and Parson 2007, Gundry et al. 2007, Desmyter and Comblez 
2009, Webb and Allard 2009a, Webb and Allard 2010, Desmyter and Gijsbers 2012, 
Imes et al. 2012).

A number of complete control region haplotypes still show high population fre-
quencies. Therefore, it is advised to further increase the discriminatory power of dog 
mtDNA by surveying population samples for entire mtGenomes (Webb and Allard 
2009a). This is indeed a trend in the last years with very promising results (Webb and 
Allard 2009b, Imes et al. 2012). However, the use of SNPs in the coding region in 
forensics will require many more mtGenome studies (Irwin et al. 2011).

Population study versus database

Not every forensic laboratory has the resources to conduct large-scale population stud-
ies. As such, supplementing smaller, local samples with published data allows capturing 
more mtDNA variability. However, this practice may bias the haplotype frequency 
distribution in the pooled sample compared to the population of interest, because of 
(1) sample heterogeneity, (2) inconsistent sequence quality, (3) clerical errors and (4) 
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the difficulty of sequence comparisons due to variation in sequence lengths, align-
ment procedures, and sequence annotation. Relying on a public dog mtDNA database 
instead of, or in addition to, published local population data may be a trustworthy 
alternative, provided that the sequences are carefully reviewed before inclusion in the 
database. As such, submitting population sample data to the database could be an 
obligatory quality check with which studies have to comply before they are published. 
This is often demanded for human mtDNA population data (Carracedo et al. 2010, 
Parson and Roewer 2010, Carracedo et al. 2013).

To establish a reliable dog mtDNA database, inspiration can be found in the Eu-
ropean DNA profiling group (EDNAP) mtDNA population database (EMPOP) for 
human mtDNA haplotypes useful in forensic casework. EMPOP stresses the need for 
generating mtDNA sequence data of the highest quality (Parson et al. 2004, Parson 
and Dür 2007) and established guidelines to achieve this. Briefly, these guidelines 
recommend: (1) application of a high quality mtDNA determination method that 
covers the entire sequenced region at least twice, (2) electronic transfer and transcrip-
tion of sequence results, (3) compliance to generally accepted alignment and annota-
tion guidelines and (4) data verification through haplogrouping and quasi-median 
network analysis (Brandstätter et al. 2007, Parson and Dür 2007). Against this back-
ground, the interlaboratory study by van Asch et al. (2009) emphasized a similar need 
for such guidelines for dog mtDNA analyses.

Next to the need for high quality mtDNA population data from all around the 
world, three other important requirements for building a dog mtDNA database are 
discussed hereafter. Firstly, management by a central laboratory is indispensable to per-
form the quality assessment of submitted population samples, to maintain and update 
the database software and web portal, and to communicate about it to the users. After 
submission to EMPOP, this laboratory reviews the population sample data for errors 
by e.g. examining the raw sequence data and using quasi-median network analysis 
(Bandelt and Dür 2007, Parson and Dür 2007, Zimmermann et al. 2011). Indeed, al-
locating mtDNA sequences to specific haplogroups may indicate which mutations are 
expected and may help to detect potential artificial recombination (Bandelt et al. 2001, 
Bandelt et al. 2004, Bandelt et al. 2012). Additionally, EMPOP provides its users 
with software for network analysis that may point out potential errors within the data 
based on phylogenetic background information. Thorough phylogenetic knowledge of 
dog mtDNA haplotypes could allow the adaptation of such software for dog mtDNA 
population samples.

Secondly, the database should be searchable and provide tools for comparison of 
various mtDNA sequence ranges. EMPOP uses the SAM search engine, which trans-
lates the queried haplotype and all database entries into sequence strings that are more 
easily comparable than alpha-numeric codes. In this way, it avoids generating biased 
haplotype frequency estimates caused by alignment and annotation inconsistencies 
making that database entries remain undetected in a database search even if they are 
identical to the queried haplotype (Röck et al. 2011).
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Finally, the database should sufficiently document background information on the 
specimens. This enables the selection of subsets of samples in the database relevant to 
a specific case, such as dogs from specific geographic regions, of particular breeds, etc. 
In casework, selection of a suitable dataset is vital to a correct evaluation of evidence. 
Weighing the evidence against several database subdivisions is recommended to con-
sider which one provides the most appropriate and conservative estimate of a haplo-
type’s random match probability (Salas et al. 2007).

FidoSearch™, a canine mtDNA database with search software, was developed for 
use in casework by the Institute of Pathology and Molecular Immunology in Porto, 
Portugal in collaboration with Mitotyping Technologies in Pennsylvania, USA (Melt-
on et al. 2011). However, it is not publicly available and its data entries were assembled 
from GenBank. Hence, FidoSearch™ is not an appropriate alternative for the creation 
of a publicly available, high quality and comprehensive dog mtDNA database.

Conclusions

In order to meet forensic quality standards, a dog mtDNA population sample needs 
to be representative of the population of interest to the case. To this end, several 
recommendations can be made for performing and publishing a dog mtDNA popu-
lation study for forensic purposes: (1) provide sufficiently detailed information on 
the population of interest, the sampling strategy and the sampled dogs, (2) include 
at least several hundred dogs in the population sample, (3) intend to avoid biased 
inclusion of maternal relatives, (4) use a population sample reflecting the dog popu-
lation where the crime occurred, (5) the composition of the population sample in 
terms of purebred and mixed-breed dogs, groups of breeds of a particular geographic 
origin, and dogs belonging to specific breeds, should be proportional to the studied 
population, (6) apply a high quality and validated analytical methodology and run 
quality control steps to minimize the risk of errors during either laboratory work or 
data processing, (7) submit the haplotype sequence strings to a publicly available da-
tabase such as GenBank and (8) follow the Pereira et al. (2004b) rules when convert-
ing haplotype sequences into alpha-numeric codes denoting differences in relation to 
the Kim et al. (1998) reference sequence. These recommendations also apply when 
supplementing your own data with published data. In addition, keep in mind that 
sequence files in a database such as GenBank do not provide raw sequence data and 
can hide ambiguous results.

All things considered, this review emphasizes the need for more forensically rel-
evant, high quality dog mtDNA population studies. In addition, it stresses the need for 
a publicly available dog mtDNA population database that assembles easily comparable 
and thoroughly checked population data from all around the world. Finally, expanding 
mtDNA studies from the control region to the entire mtGenome is recommended to 
enhance the discriminatory power of forensic dog mtDNA analysis.
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