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ABSTRACT: About three decades of scientific research confirmed ancient DNA as a powerful tool for anthropology, paleontology, molecu-
lar evolution, conservation genetics and forensics. A rapid evolution of the methodological approaches in the last ten years led to an impor-
tant increase of data related both to the number of samples and to the informative genetic markers. Paleogenetics analysis has been ap-
plied to a wide spectrum of samples, answering to different kind of scientific and cultural questions. In this review, ancient DNA characteris-
tics and methodological approaches are presented as well as recent results obtained from samples of bacteria, plants, animals, with a

particular focus on the newest discoveries about the Homo genus.
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1. INTRODUCTION

The first data obtained from ancient DNA samples
were published in 1984, when Higuchi et al. (1984) pre-
sented the results obtained from a tissue samples of a
museum specimen of the quagga, a zebra-like species
(Equus quagga) extinct one hundred years before. In
1985 Svante P&abo published the recovering of genetic
material from an Egyptian mummy (Paabo, 1985). The
first results obtained from bone tissue date back to 1989
(Hagelberg et al., 1989). In thirty years from these first
attempts, huge innovations in methodology, signed by
the polymerase chain reaction (PCR) first and the Next
Generation Sequencing (NGS) later, allowed research-
ers to understand the characteristics of the ancient
DNA, to better recognize it from possible modern DNA
contaminations and to obtain a large amount of data
useful for different kinds of applications. After the first
work by Higuchi where 299 nucleotides of the mitochon-
drial genome of the quagga were sequenced, data for
the whole nuclear genome of this species were
obtained (Jonsson et al., 2014). After the first
attempt by Paébo, the complexity of recovering
authentic ancient molecular data from human
remains was better defined and sophisticated
experimental procedures and bioinformatics
tools were developed in order to obtain reliable
results.

2. ANCIENT DNA,
DEFINITION AND CHARACTERISTICS

Despite its name, ancient DNA (aDNA)
has no age. This expression defines degraded
DNA, and degradation of genetic material

ronment. For this reason, both paleontological and his-
torical samples and more recent traces analyzed in fo-
rensic contexts can be considered as aDNA. The start-
ing material includes samples such as bones, hair,
mummified tissues, coprolites, sediments, vegetable
remains, and the temporal limits reached so far are
about 400,000 years for samples recovered in caves
from temperate regions (Meyer et al., 2014) and about
700,000 years for samples preserved in permafrost
(Orlando et al., 2013).

aDNA has particular characteristics due to the deg-
radation of the genetic material mainly occurring by hy-
drolysis and oxidation led by factors such as tempera-
ture, humidity and pH. Often, when the genetic material
extracted from a degraded sample is analyzed, the ma-
jority of the DNA can be referred to a microbial origin
and only a little percentage belongs to the organism
from which the sample comes (Fig. 1). DNA degradation
determines not only the loss of the genetic material, but
also the high fragmentation of the surviving component

H endogenous DNA
contaminant human DNA
H microbial DNA

# undetermined DNA

starts immediately after the dead of the organ-  Fig. 1 - Graphical representation of the DNA content of an ancient sample (data

ism or when a biological trace is left in the envi-  unpublished).
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Fig. 2. Misincorporation pattern for a human sample dated 4700 BP (data unpublished). The four upper mini-plots show the base frequency
outside and in the read (the open grey box corresponds to the read). The bottom plots are the positions' specific substitutions from the
5" (left) and the 3" end (right). The C>T substitutions are in red, the G>A substitutions are in blue. The estimation was performed using
MapDamage 2.0 (Ginolhac et al., 2011).
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that is usually characterized by DNA fragments of short
length (Krause et al., 2010a). Another typical form of
degradation that characterizes the aDNA is the deami-
nation of the cytosine, that is translated in a misincorpo-
ration event during the determination of the DNA se-
quence where an original C (cytosine) is converted in T
(thymine), or an original G (guanine) is substituted by a
A (adenine) when the damage involves the opposite
DNA strand (Brotherton et al., 2007). These misincorpo-
rations occur on the aDNA molecules following a par-
ticular pattern: their frequency increases at the ends of
the molecules (Briggs et al., 2007) (Fig. 2).

These characteristics determine the need of a spe-
cific experimental workflow designed for recovering
highly degraded molecules, but represent in the mean-
time an informative source that allow to discriminate
between authentic ancient endogenous DNA from pos-
sible modern contaminants.

3. METHODS FOR THE STUDY OF ADNA

Specific criteria have been developed for working
with aDNA. A first important advantage is provided by
an appropriate behavior in sample recovering in order to
avoid the contamination during handling of the remain
wearing sterile gloves, masks and special or disposable
clothes (Pilli et al., 2013). The laboratory where the mo-
lecular analysis is performed, has to be exclusively dedi-
cated to aDNA with a physical separation between the
pre-amplification and the post-amplification sections and
devices for sterilizing the working areas.

Some years ago, the only methodological ap-
proach available for aDNA studies was based on PCR,
cloning and Sanger sequencing. Following this strategy,
a target DNA region is selected and amplified by PCR,
obtaining an exponential increase of the number of
molecules of interest. The PCR product is cloned using
a plasmid vector and bacterial cells. Isolating and repro-
ducing single molecules of the PCR product in the bac-
terial cells, it is possible to sequence independently
each amplicon that consists on a bacterial colony carry-
ing several copies of a single original DNA molecule
obtained by PCR. In this way the sequence of numerous
molecules selected by PCR is determined, giving the
possibility to observe the possible presence of multiple
biological sources and of misincorporations (Fulton and
Stiller, 2012). Using this methodological approach, it is
necessary to have a prior knowledge of the target se-
quence in order to design the primers needed for the
amplification and the whole target sequence (primers
annealing regions included) have to be preserved intact
in the ancient sample. Furthermore a minimum fragment
length of about 60bp is required for the molecules to be
recovered by PCR. This requirements represent a limi-
tation for highly degraded samples with really short DNA
fragments. The so-called golden criteria were developed
to assess the authenticity of the results obtained by
PCR (Cooper and Poinar, 2000).

With the more recent NGS approach, universal
adapters are ligated to the DNA fragment, independ-
ently from their sequence or length (Briggs and Heyn,
2012). Every kind of DNA molecule can be potentially
recovered, without modifying its original characteristics

115

that can be then used for assessing its authenticity as
ancient. Barcodes can be added to the DNA fragments
together with the adapters, creating the so-called DNA
library. With this strategy is possible to process numer-
ous samples in parallel producing a large amount of
sequence data, even whole genomes, and consequently
more information.

Since the endogenous DNA could be represented
in a small percentage in the sample, usually the NGS
approach is flanked by a strategy of target enrichment
using baits complementary to the sequences of interest,
in order to increase their relative amount. The hybridiza-
tion between baits and target molecules is usually per-
formed in solution with a bead-based capture approach
(Carpenter et al., 2013; Maricic et al., 2010).

The sequencing of the whole library (shotgun ap-
proach) or of the enriched one produces a big amount of
data and specific bioinformatics pipelines have been
developed for handling them taking into account the
characteristic of the aDNA. Software for filtering the data
according to quality and length such as FastQprocess-
ing (Kircher, 2012), mapping and assembling proce-
dures as MIA (Green et al., 2008), specific procedures
for misincorporation pattern analysis (Ginolhac et al.,
2011) and contamination estimation (Fu et al., 2013), as
well as more complete pipelines like Paleomix (Schubert
et al., 2014) or Schmutzi (Renaud et al., 2015) are avail-
able. Guidelines for NGS work on ancient DNA were
also proposed (Knapp et al., 2015).

4. ANCIENT DNA STUDIES

aDNA data represents an informative source that
have application in different fields. The range of possible
starting material is wide, and the questions that can
receive a contribution from the Paleogenetics involve
topics related for example to the study of evolution and
phylogenesis contributing to anthropological, archaeozo-
ological and archaeobotanical studies and of archae-
ology, cultural heritage and fauna and flora conserva-
tion.

aDNA studies on Bacteria

As previously described, most of the DNA pre-
served in an ancient sample usually belongs to microor-
ganisms. Characterization of the microbial diversity in
horse bones from a time span between 200 and 13,000
years ago, consisted in site-specific microbial profiles
that allow to characterize the environment from which
the samples were recovered (Der Sarkissian et al.
2014). However, the majority of data belonged to a re-
cent bacterial colonization of the bones. This observa-
tion implies that the characterization of authentic ancient
microbial remains is a complex process that requires
specific methodological devices.

In the last years, a particular interest was focused
on the analysis of the oral microbiota in human samples,
in order to reconstruct its possible variations during time
linked to specific subsistence and cultural shifts oc-
curred in human history. The starting material for this
kind of studies is the dental calculus (plaque), that
showed to preserve a record of the microorganism com-
position of the oral cavity, including bacteria involved in
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local and systemic diseases, as well as molecular infor-
mation about host immunity and diet (Warinner et al.,
2014; Weyrich et al., 2015). The Neolithic Revolution,
began about 10,000 years ago, with the shift toward a
carbohydrate-rich diet, and the recent employment of
industrial processed sugar and flour started around
1850, determined major changes in the microbial oral
community. Disease-associated configuration remained
constant between Neolithic and Medieval times, then
the cariogenic bacteria became dominant with the In-
dustrial Revolution, with a general less diverse microbial
profile in modern populations (Adler et al., 2013).
Another research field is about the reconstruction
of ancient pathogens’ genomes in order to clarify the
phylogenesis of such species, to understand the rela-
tionship between different strains, and to identify possi-
ble polymorphisms related to virulence. The whole ge-
nome of Mycobacterium leprae was determined from
medieval leprosy cases and its comparison with modern
strains revealed remarkable genomic conservation dur-
ing time (Schuenemann et al., 2013). Differently, the
analysis of whole genomes of the medieval strain of
Yersinia pestis recovered from victims of the Black
Death revealed that this variant of the bacterium may no
longer exists, but it is probably ancestral to the modern
strains. The epidemiological differences in time seem to
be not related to genetic differences, but to other factors
such as environment, host susceptibility or vector dy-
namics (Bos et al., 2011; Schuenemann et al., 2011).

aDNA studies on plant remains

Data about aDNA from vegetable remains are not
SO numerous, since it is difficult to extract genetic mate-
rial from ancient plants that often also contain inhibitory
substances that interfere with some experimental proce-
dures. Despite these difficulties, archaeobotanical sam-
ples can provide information about species identifica-
tion, domestication and evolutive processes.

Genetic material can be found in different kind of
samples: wood, fruits, leaves, seeds and pollen in ar-
chaeological or herbarium specimens. DNA of vegetable
origin can be preserved also in feces (Wood et al.,
2012) and dental calculus (Weyrich et al., 2015) provid-
ing information about diet. Also sediments are a source
for plant DNA revealing the vegetation distinctive of past
times even in absence of macrofossil evidences
(Willerslev et al., 2003). Paleoenvironmental studies on
sedimentary ancient DNA permit to reconstruct the plant
cover history and to understand the changes during time
due to climate or human activities (Pansu et al., 2015).
With the same approach, it is possible to attest the pres-
ence of domestic plants in sediments, better defining the
chronology of the Neolithic transition (Smith et al.,
2015). Comparing genetic data between different wild
and domestic forms, it is possible to identify the original
variants from which the domestication occurred, to fol-
low routes of diffusion related with the anthropic exploi-
tation and to give information about both the vegetal and
human history. It is also possible to identify genetic loci
under selection during domestication for adaptation to
climatic and cultural contexts, such as drought and
sugar content (Allaby et al., 2014; Allaby et al., 2015;
da Fonseca et al., 2015; Palmer et al., 2012).
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aDNA studies on animals

Genomes of extinct species is a powerful tool to
understand their phylogenetic relationships with extant
forms. Many paleogenomics studies have been con-
ducted on faunal remains. The nuclear genome of sev-
eral woolly mammoths was sequenced, defining with
higher resolution the phylogenetic tree of the Elephan-
tids. Some differences with functional effects were found
between mammoth and elephant and in some cases
variants were probably positively selected in the mam-
moth lineage. Intra-population differences, that were not
evident from the fossil records, were also highlighted
(Miller et al., 2008).

The most ancient genome determined so far is
from a horse sample preserved in permafrost dated
between 560-780 thousand years BP. By comparing this
sequence with those of other ancient and modern horse
and donkey samples, the most recent common ancestor
of the genus Equus was dated to 4.0-4.5 million years
BP. Interestingly, multiple population size fluctuations
related to climate changes have been attested in the
history of this taxa, as well as particular genomic regions
have been found to be possibly selected during domesti-
cation (Orlando et al., 2013).

About domestication process, several researches
have been conducted in order to identify the area where
it took place, the possible routes followed by the spread
of the livestock and the possible admixture with wild
local forms. While the history of the domestication of
sheep and goat is rather simple to be reconstructed
since the wild forms were limited to the Fertile Crescent
before Neolithic, the dynamics related to the domestica-
tion of cattle and pig could be more complex because
the wild forms of Bos taurus primigenius and Sus scrofa
were spread in a wider area. Ancient and modern DNA
data collected from Europe, Western Anatolia and Iran,
shown that the domestication of cattle occurred as a
single process in the Near East in the 9th millennium
BC. With the Neolithic transition, the domestic form
spread into Europe with no significant interbreeding with
the local wild individuals (Scheu et al., 2015) even if
some haplotype sharing between pre- and post-Neolithic
samples in southern Europe suggests a possible contri-
bution from the wild local forms in particular areas (Beja-
Pereira et al., 2006; Lari et al., 2011; Mona et al., 2010).

Several studies on ancient and modern DNA were
conducted in order to understand the dynamics related
to the swine domestication. A phylogeographic approach
suggested the origin of the domestic form in the Near
East, its spread in Europe during the Neolithic diffusion,
then a local domestication of the European wild boar. A
later replacement of the eastern lineages by the Euro-
pean ones occurred not only in Europe but also in Asia
Minor during the Bronze Age (Larson et al., 2007; Ottoni
et al.,, 2013). A recent contribution demonstrated that
also natural population dynamics, occurred independ-
ently of domestication, can determine the variation in
frequency and distribution of such genetic lineages. A so
-called Near Eastern haplotype, previously considered
as marker of the neolithization wave from Near East,
was found in Italian samples two thousand years before
the arrival of the Neolithic culture in that area (Vai et al.,
2015). This example shows that the reconstructions of
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Fig. 3 - Schematic reconstruction of the possible gene flow events occurred between human lineages during Late Pleistocene (data from

Prifer et al., 2014).

past events are always open to new developments as
new samples are analyzed covering new geographical
areas and new chronological periods, as well as more
genetic markers are considered.

aDNA studies on genus Homo

Particular interest focused on the study of human
species, in order to clarify the relationships between
different forms that in some cases shared the same
geographical areas in the same period, such as Nean-
dertals and early anatomically modern humans (EMHSs).
Genetic variation of Neandertals has been explored in
several studies, starting with the methodological ap-
proach based on PCR for studying particular loci fol-
lowed by the sequencing of the whole genome by NGS.
Genetic discontinuity between this extinct human form
and extant and ancient modern humans was already
attested analyzing a portion of the mitochondrion
(mtDNA) (Krings et al., 2000; Caramelli et al., 2003)
and was confirmed when the whole mtDNA genome
was determined in 2008, confirming that the Neandertal
mtDNA falls outside the variation of modern humans
with an estimation of the divergence time around
660,000 years ago (Green et al., 2008). Analyzing more
Neandertal individuals, it was possible to identify a pos-
sible genetic structure at intra-population level, probably
related with the geographical and/or temporal distribu-
tion of the samples, with a general low mtDNA diversity
that may reflect a low effective population size (Briggs et
al., 2009). In addition, some nuclear genes were stud-

ied, since they are involved in phenotypic traits that
could highlight possible differences between modern
humans and Neandertal. For example, a private variant
of the MC1R gene was found in two Neandertal re-
mains, coding for pale skin color and red hair (Lalueza-
Fox et al., 2007), representing an example of conver-
gent evolution for adaptation to environments with low
solar radiation. With the NGS approach, it was then
possible to obtain the whole nuclear genome from Nean-
dertal specimens, and to find that a portion around 1-4%
of the genome of the extant inhabitants of Eurasia is
shared with Neandertals. The most parsimonious expla-
nations for this sharing are two: i) the Neandertals ex-
changed genes with the ancestors of all non-Africans or
ii) the presence of an old substructure in Africa, whose
traces persisted both in the Neandertal lineage and in
the modern human one (Green et al., 2010). Recently,
the genome of a modern human sample, found in Ro-
mania and dated to 39,000-42,000 years ago, carrying
morphological traits that could indicate admixture with
Neandertals, was determined. 6-9% of the genome of
this individual showed Neandertal ancestry compatible
with an admixture occurred four to six generation back
(Fu et al., 2015).

A new human species was identified in 2010
thanks to aDNA analysis: samples from the Denisova
Cave, in southern Siberia, dated to 50,300-62,200 years
ago, showed a genetic variation that falls outside the
range of both modern humans and Neandertals. Accord-
ing to the mitochondrial genome, the Denisova repre-
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sents a human lineage that diverged about 1 million
years ago from the branch that carried to H. sapiens
and Neandertal (Krause et al., 2010b). Data from the
nuclear genome showed that probably Denisovans con-
tributed to the 4-6% of the genome of present-day Mela-
nesians (Reich et al., 2010). The phylogenetic tree re-
constructed using nuclear data place Denisovans as
sister group of Neandertals. The difference between the
phylogenesis obtained from mitochondrial and nuclear
genomes can be explained considering that the mtDNA
is only maternally inherited, while the nuclear genome
carries information from both parents. For this reason
the two genetic markers can tell different population
histories.

The nuclear data from human forms closely related
to modern humans represent an important informative
source also for understanding which genetic variants
characterize the Homo sapiens lineage becoming fixed
after its separation from the ancestors of Neandertals
and Denisovans. Genes that showed derived variants
only in the modern humans are involved with brain func-
tion and nervous system development, as well as the
physiology of skin and eye and dental morphology
(Meyer et al., 2012; Prufer et al., 2014).

Thanks to the reconstructed ancient genomes, it
was possible to recognize several gene flow events,
with general low extent or at least with low effect on the
extant populations, that have involved Neandertals,
Denisovans and EMHSs during their coexistence in Eura-
sia during Late Pleistocene (Fig. 3).

The research on past human forms is still develop-
ing, since new specimens are discovered. A new pro-
tagonist of the human history provided genetic informa-
tion to be added to the already complex reconstruction,
representing also the most ancient sample from temper-
ate environment that yielded endogenous DNA. The
sample, attributed to Homo heidelbergensis according
to morphology but with some Neandertal-derived char-
acteristics, was date over 300,000 years ago. The al-
ready determined mitochondrial genome showed to be
closely related to the lineage of Denisovans, increasing
the expectation for the next nuclear data (Meyer et al.,
2014).

aDNA data gave a big contribution also for under-
standing the more recent population history of Homo
sapiens, especially for Europe. The presence of EMHs
in Europe is attested since 45,000 BP and particular
climatic and cultural changes characterized the popula-
tion dynamics during time: Last Glacial Maximum,
Mesolithic with mobile groups and Neolithic transition
with the appearance of a sedentary lifestyle, Copper,
Bronze and Iron Ages with the emergence of complex
societies. With the NGS technology, several prehistoric
human genomes were sequenced, leading to a deeper
understanding of such dynamics (Olalde and Laluez-
Fox, 2015).

The first genome to be sequenced was obtained
from the the Tyrolean Iceman (Otzi) lived during the
Neolithic-Copper Age transition: the nuclear genomes
permitted to determine some phenotypic characteristic
and pathogens’ presence as well as information useful
for determining the relationship of the sample with mod-
ern European, North African and Middle Eastern popula-
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tions (Keller et al., 2012).

Analyzing other ancient and modern genomes, it
was highlighted that most present-day Europeans de-
rive from at least three highly differentiated populations:
West European hunter-gatherers who probably con-
tributed ancestry to all Europeans, Upper Palaeolithic
north Eurasians who contributed to Europeans and
Near Easterners and early European farmers of Near
Eastern origin with signs also of European hunter-
gatherer ancestry (Lazaridis et al., 2014).

Analysis on 101 ancient humans from Eurasia
confirmed that the Bronze Age was a period of big so-
cial changes. Genomic data showed that large-scale
population migrations and replacements occurred, and
that probably they are responsible for the major parts of
present-day demographic structure in both Europe and
Asia. These migrations could also be related with the
spread of Indo-European languages hypothesized to
be occurred during the Early Bronze Age (Allentoft et
al,, 2015).

5. CONCLUSIONS

For its huge informative power, aDNA represents
a precious resource to support all those disciplines that
have the aim to reconstruct past biological events and
to use this knowledge for better understand and man-
age the present variability. Major limits are due to dif-
ferent degree of DNA preservation in ancient samples,
but fast and continuous developing in methodologies,
leading to discoveries that were unimaginable three
decades ago at the beginning of this discipline, are
promising to push beyond the current limitations.

REFERENCES

Adler C.J., Dobney K., Weyrich L.S., Kaidonis J., Wal-
ker AW., Haak W., Bradshaw C.J., Townsend G.,
Soltysiak A., Alt KW., et al. (2013) - Sequencing
ancient calcified dental plaque shows changes in
oral microbiota with dietary shifts of the Neolithic
and Industrial revolutions. Nat. Genet., 45, 450-
455, 455e451.

Allaby R.G., Gutaker R., Clarke A.C., Pearson N., Wa-
re R., Palmer S.A., Kitchen J.L., and Smith O.
(2014) - Using archaeogenomic and computatio-
nal approaches to unravel the history of local
adaptation in crops. Philosophical Transactions of
the Royal Society of London B: Biological Scien-
ces, 370.

Allaby R.G., Kistler L., Gutaker R.M., Ware R., Kitchen
J.L., Smith O., and Clarke A.C. (2015) - Archaeo-
genomic insights into the adaptation of plants to
the human environment: pushing plant-hominin
co-evolution back to the Pliocene. J. Hum. Evol.,
79, 150-157.

Allentoft M.E., Sikora M., Sjégren K-G., Rasmussen S.,
Rasmussen M., Stenderup J., Damgaard P.B.,
Schroeder H., Ahlstrdm T., Vinner L., et al. (2015)
- Population genomics of Bronze Age Eurasia.
Nature, 522(7555), 167-72.

Beja-Pereira A., Caramelli D., Lalueza-Fox C., Vernesi
C., Ferrand N., Casoli A., Goyache F., Royo L.J.,



Ancient DNA studies

Conti S., Lari M., et al. (2006) - The origin of Euro-
pean cattle: evidence from modern and ancient
DNA. Proc. Natl. Acad. Sci. USA, 103, 8113-8118.

Bos K.l., Schuenemann V.J., Golding G.B., Burbano
H.A., Waglechner N., Coombes B.K., McPhee
J.B., DeWitte S.N., Meyer M., Schmedes S., et al.
(2011) - A draft genome of Yersinia pestis from
victims of the Black Death. Nature, 478, 506-510.

Briggs A.W., Stenzel U., Johnson P.L., Green R.E,
Kelso J., Prufer K., Meyer M., Krause J., Ronan
M.T., Lachmann M., et al. (2007) - Patterns of
damage in genomic DNA sequences from a Nean-
dertal. Proc. Natl. Acad. Sci. USA, 104, 14616-
14621.

Briggs A.W., Good J.M., Green, R.E. Krause, J., Maricic
T., Stenzel U., Lalueza-Fox C., Rudan P., Brajko-
vic D., Kucan Z., et al. (2009) - Targeted retrieval
and analysis of five Neandertal mtDNA genomes.
Science, 325, 318-321.

Briggs A., Heyn P. (2012) - Preparation of Next-
Generation Sequencing Libraries from Damaged
DNA. In: B. Shapiro and M. Hofreiter eds., Ancient
DNA - Methods and Protocols, (Humana Press).

Brotherton P., Endicott P., Sanchez J.J., Beaumont M.,
Barnett R., Austin J., and Cooper, A. (2007) - No-
vel high-resolution characterization of ancient DNA
reveals C > U-type base modification events as
the sole cause of post mortem miscoding lesions.
Nucleic Acids Res., 35, 5717-5728.

Caramelli D., Lalueza-Fox C., Vernesi C., Lari M., Caso-
li A., Mallegni F., Chiarelli B., Dupanloup I., Ber-
tranpetit J., Barbujani G., et al. (2003) - Evidence
for a genetic discontinuity between Neandertals
and 24,000-year-old anatomically modern Europe-
ans. Proc. Natl. Acad. Sci. USA, 100, 6593-6597.

Carpenter M.L., Buenrostro J.D., Valdiosera C., Schroe-
der H., Allentoft M.E., Sikora M., Rasmussen M.,
Gravel S., Guillen S., Nekhrizov G., et al. (2013) -
Pulling out the 1%: whole-genome capture for the
targeted enrichment of ancient DNA sequencing
libraries. Am. J. Hum. Genet., 93, 852-864.

Cooper A. and Poinar H.N. (2000) - Ancient DNA: do it
right or not at all. Science, 289(5482), 1139.

da Fonseca R.R., Smith B.D., Wales N., Cappellini E.,
Skoglund P., Fumagalli M., Samaniego J.A., Carg-
e C., Avila-Arcos M.C., Hufnagel D.E., et al.
(2015) - The origin and evolution of maize in the
Southwestern United States. Nature, Plants 1,
14008.

Der Sarkissian C., Ermini L., Jonsson H., Alekseev A.N.,
Crubezy E., Shapiro B., and Orlando L. (2014) -
Shotgun microbial profiling of fossil remains. Mol.
Ecol., 23, 1780-1798.

Fu Q., Mittnik A., Johnson P.L., Bos K., Lari M., Bollon-
gino R., Sun C., Giemsch L., Schmitz R., Burger
J., et al. (2013) - A revised timescale for human
evolution based on ancient mitochondrial geno-
mes. Curr. Biol., 23, 553-559.

Fu Q., Hajdinjak M., Moldovan O.T., Constantin S., Mal-
lick S., Skoglund P., Patterson N., Rohland N.,
Lazaridis 1., Nickel B., et al. (2015) - An early mo-
dern human from Romania with a recent Neander-
thal ancestor. Nature, 524, 216-219.

119

Fulton T. and Stiller M. (2012) - PCR Amplification, Clo-
ning, and Sequencing of Ancient DNA. In: B. Sha-
piro and M. Hofreiter eds., Ancient DNA - Methods
and Protocols, (Humana Press).

Ginolhac A., Rasmussen M., Gilbert M.T., Willerslev E.,
Orlando L. (2011) - mapDamage: testing for dama-
ge patterns in ancient DNA sequences. Bioinfor-
matics, 27, 2153-2155.

Green R.E., Malaspinas A.S., Krause J., Briggs A.W.,
Johnson P.L., Uhler C., Meyer M., Good J.M.,
Maricic T., Stenzel U., et al. (2008) - A complete
Neandertal mitochondrial genome sequence deter-
mined by high-throughput sequencing. Cell., 134,
416-426.

Green R.E., Krause J., Briggs A.W., Maricic T., Stenzel
U., Kircher M., Patterson N., Li H., Zhai W., Fritz
M.H., et al. (2010) - A draft sequence of the Nean-
dertal genome. Science, 328, 710-722.

Higuchi R., Bowman B., Freiberger M., Ryder O., Wilson
A. (1984) - DNA sequences from the quagga, an
extinct member of the horse family. Nature, 312,
282-284.

Jonsson H., Schubert M., Seguin-Orlando A., Ginolhac
A., Petersen L., Fumagalli M., Albrechtsen A.,
Petersen B., Korneliussen T.S., Vilstrup J.T., et al.
(2014) - Speciation with gene flow in equids despi-
te extensive chromosomal plasticity. Proc. Natl.
Acad. Sci. USA, 111, 18655-18660.

Keller A., Graefen A., Ball M., Matzas M., Boisguerin V.,

Maixner F., Leidinger P., Backes C., Khairat R.,
Forster M, et al. (2012) - New insights into the
Tyrolean Iceman's origin and phenotype as infer-
red by whole-genome sequencing. Nat. Comm. 3
(698).

Kircher M. (2012) - Analysis of high-throughput ancient
DNA sequencing data. Methods Mol. Biol. 840,
197-228.

Knapp M., Lalueaza-Fox C., Hofreiter M. (2015) - Re-
inventing ancient human DNA. Investig Genet 6:4.

Krause J., Briggs A.W., Kircher M., Maricic T., Zwyns N.,
Derevianko A., Paabo S. (2010a) - A complete
mtDNA genome of an early modern human from
Kostenki, Russia. Curr. Biol. 20, 231-236.

Krause J., Fu Q., Good J.M., Viola B., Shunkov M.V.,
Derevianko A.P., Paabo, S. (2010b) - The comple-
te mitochondrial DNA genome of an unknown ho-
minin from southern Siberia. Nature, 464, 894-897.

Krings M., Capelli C., Tschentscher F., Geisert H., Me-
yer S., von Haeseler A., Grossschmidt K., Pos-
snert G., Paunovic M., and Paabo S. (2000) - A
view of Neandertal genetic diversity. Nat Genet 26,
144-146.

Lalueza-Fox C., Rompler H., Caramelli D., Staubert C.,
Catalano G., Hughes D., Rohland N., Pilli E., Lon-
go L., Condemi S., et al. (2007) - A melanocortin 1
receptor allele suggests varying pigmentation a-
mong Neanderthals. Science, 318, 1453-1455.

Lari M., Rizzi E., Mona S., Corti G., Catalano G., Chen
K., Vernesi C., Larson G., Boscato P., De Bellis
G., et al. (2011) - The complete mitochondrial ge-
nome of an 11,450-year-old aurochsen (Bos primi-
genius) from Central Italy. BMC Evol. Biol., 11, 32.

Larson G., Albarella U., Dobney K., Rowley-Conwy P.,



120

Schibler J., Tresset A., Vigne J.D., Edwards C.J.,
Schlumbaum A., Dinu A., et al. (2007) - Ancient
DNA, pig domestication, and the spread of the
Neolithic into Europe. Proc. Natl. Acad. Sci. USA,
104, 15276-15281.

Lazaridis |., Patterson N., Mittnik A., Renaud G., Mallick
S., Kirsanow K., Sudmant P.H., Schraiber J.G.,
Castellano S., Lipson M. et al. (2014) - Ancient
human genomes suggest three ancestral popula-
tions for present-day Europeans. Nature, 513, 409
-413.

Maricic T., Whitten M., Paabo, S. (2010) - Multiplexed
DNA sequence capture of mitochondrial genomes
using PCR products. PLOS ONE, 5, e14004.

Meyer M., Kircher M., Gansauge M.T., Li H., Racimo F.,
Mallick S., Schraiber J.G., Jay F., Prufer K., de
Filippo C., et al. (2012) - A high-coverage genome
sequence from an archaic Denisovan individual.
Science, 338, 222-226.

Meyer M., Fu Q., Aximu-Petri A., Glocke I., Nickel B.,
Arsuaga J.L., Martinez |., Gracia A., de Castro
J.M., Carbonell E., et al. (2014) - A mitochondrial
genome sequence of a hominin from Sima de los
Huesos. Nature, 505, 403-406.

Miller W., Drautz D.l., Ratan A., Pusey B., Qi J., Lesk
A.M., Tomsho L.P., Packard M.D., Zhao F., Sher
A., et al. (2008) - Sequencing the nuclear genome
of the extinct woolly mammoth. Nature, 456, 387-
390.

Mona S., Catalano G., Lari M., Larson G., Boscato P.,
Casoli A., Sineo L., Di Patti C., Pecchioli E., Cara-
melli D., et al. (2010) - Population dynamic of the
extinct European aurochs: genetic evidence of a
north-south differentiation pattern and no evidence
of post-glacial expansion. BMC Evol. Biol., 10, 83.

Olalde 1., Lalueza-Fox C. (2015) - Modern humans’ pa-
leogenomics and the new evidences on the Euro-
pean prehistory. STAR, 1(1).

Orlando L., Ginolhac A., Zhang G., Froese D., Albre-
chtsen A., Stiller M., Schubert M., Cappellini E.,
Petersen B., Moltke 1., et al. (2013) - Recalibrating
Equus evolution using the genome sequence of an
early Middle Pleistocene horse. Nature, 499, 74-
78.

Ottoni C., Flink L.G., Evin A., Georg C., De Cupere B.,
Van Neer W., Bartosiewicz L., Linderholm A., Bar-
nett R., Peters J., et al. (2013) - Pig domestication
and human-mediated dispersal in western Eurasia
revealed through ancient DNA and geometric mor-
phometrics. Mol. Biol. Evol., 30, 824-832.

Paabo S. (1985). Molecular-Cloning of Ancient Egyptian
Mummy DNA. Nature 314, 644-645.

Palmer S.A., Clapham A.J., Rose P., Freitas F.O., O-
wen B.D., Beresford-Jones D., Moore J.D., Ki-
tchen J.L., Allaby, R.G. (2012) - Archaeogenomic
evidence of punctuated genome evolution in Gos-
sypium. Mol. Biol. Evol., 29, 2031-2038.

Pansu J., Giguet-Covex C., Ficetola G.F., Gielly L., Bo-
yer F., Zinger L., Arnaud F., Poulenard J., Taberlet
P., Choler P. (2015) - Reconstructing long-term
human impacts on plant communities: an ecologi-
cal approach based on lake sediment DNA. Mol.
Ecol., 24(7), 1485-98.

Vai S. etal.

Pilli E., Modi A., Serpico C., Achilli A., Lancioni H., Lippi
B., Bertoldi F., Gelichi S., Lari M., Caramelli, D.
(2013) - Monitoring DNA contamination in handled
vs. directly excavated ancient human skeletal re-
mains. PLOS ONE, 8, e52524.

Prifer K., Racimo F., Patterson N., Jay F., Sankarara-
man S., Sawyer S., Heinze A., Renaud G., Sud-
mant, P.H. de Filippo C., et al. (2014) - The com-
plete genome sequence of a Neanderthal from the
Altai Mountains. Nature, 505, 43-49.

Reich D., Green R.E., Kircher M., Krause J., Patterson
N., Durand E.Y., Viola B., Briggs A.W., Stenzel U.,
Johnson P.L., et al. (2010) - Genetic history of an
archaic hominin group from Denisova Cave in
Siberia. Nature, 468, 1053-1060.

Renaud G., Slon V., Duggan A.T., Kelso J. (2015) -
Schmutzi: estimation of contamination and endo-
genous mitochondrial consensus calling for an-
cient DNA. Genome Biol., 16, 224.

Scheu A., Powell A., Bollongino R., Vigne J.D., Tresset
A., Cakirlar C., Benecke N., Burger J. (2015) - The
genetic prehistory of domesticated cattle from their
origin to the spread across Europe. BMC Genet.,
16, 54.

Schubert M., Ermini L., Der Sarkissian C., Jonsson H.,
Ginolhac A., Schaefer R., Martin M.D., Fernandez
R., Kircher M., McCue M., et al. (2014) - Characte-
rization of ancient and modern genomes by SNP
detection and phylogenomic and metagenomic
analysis using PALEOMIX. Nat. Protoc., 9, 1056-
1082.

Schuenemann V.J., Bos K., DeWitte S., Schmedes S.,
Jamieson J., Mittnik A., Forrest S., Coombes B.K.,
Wood J.W., Earn D.J., et al. (2011) - Targeted
enrichment of ancient pathogens vyielding the
pPCP1 plasmid of Yersinia pestis from victims of
the Black Death. Proc. Natl. Acad. Sci. USA, 108,
E746-752.

Schuenemann V.J., Singh P., Mendum T.A., Krause-
Kyora B., Jager G., Bos K.l., Herbig A., Economou
C., Benjak A., Busso P., et al. (2013) - Genome-
wide comparison of medieval and modern Myco-
bacterium leprae. Science, 341, 179-183.

Smith O., Momber G., Bates R., Garwood P., Fitch S.,
Pallen M., Gaffney V., Allaby R.G. (2015) - Archa-
eology. Sedimentary DNA from a submerged site
reveals wheat in the British Isles 8000 years ago.
Science, 347(6225), 998-1001.

Vai S., Vilaca S.T., Romandini M., Benazzo A., Visentini
P., Modolo M., Bertolini M., MacQueen P., Austin
J., Cooper A., et al. (2015) - The Biarzo case in
northern ltaly: is the temporal dynamic of swine
mitochondrial DNA lineages in Europe related to
domestication? Sci. Rep., 5, 16514.

Warinner C., Rodrigues J.F., Vyas R., Trachsel C.,
Shved N., Grossmann J., Radini A., Hancock Y.,
Tito R.Y., Fiddyment S., et al. (2014) - Pathogens
and host immunity in the ancient human oral ca-
vity. Nat. Genet., 46, 336-344.

Weyrich L.A., Dobney K., Cooper A. (2015) - Ancient
DNA analysis of dental calculus. J. Hum. Evol. 79,
119-24.

Willerslev E., Hansen A.J., Binladen J., Brand T.B., Gil-



Ancient DNA studies

bert M.T.P., Shapiro B., Bunce M., Wiuf C., Gili-
chinsky D.A., Cooper A. (2003) - Diverse plant and
animal genetic records from Holocene and Pleisto-
cene sediments. Science, 300, 791-795.

Wood J.R., Wilmshurst J.M., Wagstaff S.J., Worthy T.H.,
Rawlence N.J., Cooper A. (2012) - High-
Resolution Coproecology: Using Coprolites to Re-
construct the Habits and Habitats of New
Zealand’s Extinct Upland Moa (Megalapteryx didi-
nus). PLOS ONE, 7(6), e40025.

Ms. received: December 1, 2015
Final text received: January 29, 2016

121



122




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


