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Abstract: This article reviews the complementary strategies that are used to decipher the valuable
information that is contained in ancient parchment documentary materials. A new trend is molecular
analysis, which has given rise to the emerging field of biocodicology, comprising protein and DNA
analysis for the identification of the biological origin of the skins that are used for their manufacture.
In addition, DNA analysis can identify the microbiome that is present in the object under investigation,
which adds value by providing information on its history and state of preservation. In any case, it is
important to complement the biomolecular investigations with microscopical and physicochemical
analyses. Some of the complementary analytical techniques that are reviewed here, such as elemental
analysis by X-ray fluorescence (XRF) with compound-specific analytical methods such as Fourier
transform infrared (FTIR) and Raman spectroscopy are advantageous as they can be applied in a
non-invasive way and without inducing any changes in the objects.

Keywords: parchment; animal skins; inks; biocodicology; metagenomics; microbiome; conservation;
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1. Introduction

Parchment is a material that is part of our historical and cultural heritage as its
written information represents an irreplaceable historical, artistic and social documentary
source. However, in addition, the physical object of the parchment contains a considerable
amount of biological information that can be used to learn about the history of the object’s
manufacture and use, its state of preservation and its past storage history [1-3].

Parchments are elaborated from the skins of domestic animals, mainly calves, sheep
and goats, but also lambs and pigs. The main chemical component of the parchment is
collagen, a natural biopolymer with a relative molecular mass of 350 kDa [4]. In contrast to
papermaking, their manufacture did not involve an industrial-scale production method,
therefore, each specimen can be considered as unique. Parchment manufacture was carried
out in different ways, depending on the geographical area and historical period of its
production, but in general, animal skins go through a process of washing and salt-curing,
which is followed by depilation, stretching, drying, scraping and pouncing. For instance,
after the fourth century, hair removal was achieved by immersing the animal skins in a
calcium hydroxide solution. Powders and pastes of calcium compounds were also used to
help in the removal of grease to prevent applied inks from running. To give the parchment
a smooth, white surface, lime, flour, egg whites and milk could be added to the surface.
In addition, salting (using mainly sodium or potassium chlorides, ammonium chloride
or sulphate in addition to lime) was carried out in the early stages of the manufacture,
immediately after skinning the animal, to inhibit the microbial activity and prevent the
putrefaction of the hides prior to their transformation into parchment. A salt treatment,
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in addition to the use of lime, was carried out either dry or in tanks where the hides were
immersed in brine for a few days to allow for the deep penetration of the salt into the
hides [5]. This manufacturing process produces a durable substrate that can survive and be
undamaged for centuries.

In addition to the raw materials that are used for the manufacture of the parchment,
most of the materials that were used for the further production of ancient codices or scrolls
were of animal origin: alum-dyed hides, tanned leather, parchment, furs, silk linings, fish
glue, casein glue, egg white finish, beeswax and even sinew for making thread [6]. It
is worth mentioning that all these materials are prone to biodeterioration. Furthermore,
parchment manuscripts were written with inks that were pigmented with iron gall or
charcoal or printed with resinous printing inks; they were often illuminated with a wide
range of mineral and organic pigments, and they were decorated with metals such as gold
or silver and their alloys, depending on their date of manufacture and country of origin [4].

As mentioned above, although parchment is a fairly resilient and durable material,
its deterioration may be due to a combination of undergoing exposure to light, high
temperatures, humidity and atmospheric pollutants, thereby causing both chemical and
structural changes. In addition, parchment is extremely hygroscopic, which makes it very
vulnerable to the development of microorganisms if it is exposed to a high level of relative
humidity.

To study the ancient parchment manuscripts in a comprehensive way, two scientific
fields, codicology and the emerging field of biocodicology, can be brought together. Codi-
cology is the study of books and ancient manuscripts as physical objects, especially those
that are written on parchment in the codex form, dealing with the materials and techniques
that were used to make the manuscripts. By closely examining the physical and chemical
attributes of a manuscript, it is possible to establish the materials that were used for its
production, writing and illumination, but also to infer its state of preservation, possible
subsequent restoration or even its history and provenance. An emerging field that is
currently expanding the scope of codicology is biocodicology, which studies the biological
information stored in ancient manuscripts [6]. Biocodicology incorporates high-throughput
molecular techniques such as proteomics [7], genomics and metagenomics [1-3,8]. These
technologies make it possible to extract the biological information that has been stored for
centuries in ancient parchment manuscripts to better understand how the manuscripts were
produced and used throughout history and how this can help to focus our view of the past.
We can say that these two fields do not have a dividing line, but rather the former has given
rise to the latter field as the study of ancient parchment materials has increasingly captured
the interest of a multidisciplinary community, involving materials scientists, biologists and
even bioinformaticians. This interest has been boosted by the tremendous development of
the non-invasive analytical approaches, as well as the biomolecular techniques in recent
years, which is enabling analyses that were unthinkable a few years ago.

In this article, we review the latest trends in the molecular techniques as well as other
complementary, mostly non-invasive methods, such as the microscopic, physicochemical
and spectroscopic approaches to obtain the maximum of information that is contained
in the ancient parchment documentary materials. We highlight in particular some of the
recent case studies on ancient Slavonic codices that were analysed in our laboratory, and
in addition, we present for the first time some biomolecular results from an additional
codex, the Glagolita Clozianus, which we aim to compare with our previous studies. All
these Slavonic codices date from between the 10th and 11th centuries.

2. Visual and Microscopical Analyses

The first step when analyzing ancient parchment manuscripts is to perform a careful
observation of them. Through a visual and microscopic inspection, it is possible to obtain
the information about the production of the parchment and even sometimes the type of
animal skin that was used by looking at the traces that were left during its manufacture. For
example, cut marks that were left by the knife when one was skinning the animal, which
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can open up and create holes during the stretching of the skin on the frame, or even the
marks from shaving it or the final surface treatment of the parchment [9]. The identification
of the hair and flesh sides is also highly important as it relates to the different historical
methods of construction [10].

The animal origin of the skins was previously identified by an evaluation of the
size of it, its thickness, color, the levels of grease and the patterns of the follicles [11]. A
detailed visual inspection using different types of microscopy and lighting sometimes
can facilitate the identification of the animal skin patterns [12]. As described by Larsen
et al. [13], variations in the distribution and frequency of the follicles (mammalian skin
organs that produce hair) in the skins (Figure 1) that are used to produce parchments have
served as a reference for the identification of the animal species since the early days of
parchment production. However, the inspection requires a subjective user experience,
which can lead to flaws being incorporated in the data, as a biological natural variation
can lead to an incorrect identification. In addition, the follicle patterns are not always
visible due to the surface treatments that were performed during the manufacture of
parchment, and therefore, they cannot be used as an accurate or standard method of the
species identification.

Figure 1. Comparison of parchment follicle patterns from kid, goat, sheep and calf at 200 x magnifi-
cation. ©https:/ /blogs.bl.uk/collectioncare/2013/09/index.html (Accessed on 19 July 2022).

The microscopic level is defined as the structure that is observable under the light
microscope, where the bundles of collagen fibers are visible. For this reason, microscopy
has also been widely used to visualize the state of preservation of the parchment. Under the
microscope, chemical and physical deterioration may be detected as frayed and fragmented
fibers that may transform partly or fully into a sticky, jelly-like substance or gelatin during
contact with water and heat. Visual changes such as getting transparent, cracking and the
gelatinization of the fibers, can be correlated with the changes to the underlying structure
of the collagen [13]. Several more sophisticated non-destructive microscopic techniques
can be applied, thereby allowing researchers to deepen the investigation into the bulk
of the material at a mesoscopic level. Polarized light microscopy can be used as a non-
invasive technique, thereby allowing the identification of the gelatinized regions, layered
or fibrous regions, the analysis of the lipid content, the observation of water diffusion and
the detection of stress-induced patterns resulting from the preparation of the proteinaceous
material [14]. For the assessment of the degradation level of the collagen, scanning electron
microscopy (SEM) and micro-thermal analysis (micro-TA) can be applied [15,16]. SEM
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provides information on the overall morphology of the collagen fibers; micro-TA provides
the thermo-mechanical information. Unfortunately, sample material is required for both
of these techniques, which can be a limitation for such investigations due to the precious
and unique character of the object. Parchment structural changes can, further be promoted
by the presence of microorganisms that are present on the organic proteinaceous support.
Optical microscopy and SEM are also applied for the identification and study of these
microorganisms, which possibly can contaminate the parchment objects and cause the
microbial degradation of the library materials [4,15,17]. As an example of the application of
the SEM analyses in the parchment materials, Figure 2 reveals the microbial damage to the
collagen fibers and the presence of characteristic cell chains that are typical of filamentous
bacteria being on the surface of parchment from the Archimedes Palimpsest [18]. The
SEM image shows that an outer layer of the parchment is still intact, but it is dotted with
bacterial cells (mostly spore chains filaments that are smaller than one micron, which are
likely to be actinomycetes). In the lower left corner of the image, the outer layer is eroded
with collagen fibers, showing cavities and holes due to the occurrence of biological activity
(collagenolytic exoenzymes can be deduced).

Figure 2. Scanning electron microscopical (SEM) image. The surface of parchment from the
Archimedes Palimpsest [18]. The image was obtained in high vacuum mode using an EVO50
SEM (CarlZeiss) on a gold-metalized sample without further preparation. Picture shows the surface
of collagen fibers of parchment at a magnification of about 20,000 X (20KX). Picture and legend:
Dr. Flavia Pinzari.

Another state-of-the-art technique is light transmission analysis (LTA), which is used
to assess the damage that occurs to the native parchment collagen. The LTA equipment
consists of a microscopy system that is used to register the images in polarized light,
thus recording what happens during denaturation (i.e., shrinkage or loss of birefringence
of the fibrous tissue). The images are then linked to the specific characteristics of the
LTA curve [19], which is obtained during the experiment. The application of LTA for the
analysis of collagen composite materials allows for the quantitative assessment of the state
of integrity of the material by measuring its chemical stability through the hydrothermal
denaturation temperature [19,20]. During the LTA analysis, the parchment fibers are heat-
jellified in an aqueous solution, while a signal that is generated by light passing through
the sample is recorded. The fluctuations of the signal during the transformation process
are converted into a denaturation curve as a function of temperature. The curve is defined
by specific peaks, which indicate the denaturation temperature and provide the semi-
quantitative information on the chemical stability of the collagen pool. The higher the
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temperature that corresponds to the position of the peak is, then the higher the chemical
stability is.

Recent studies have applied complementary analyses, including the LTA method,
to investigate the phenomenon of purple stain biodeterioration on parchment [5,20-22].
These analyses have helped to highlight the nature of a microbial attack, which modifies
the collagen populations throughout the biodegradation process. The results of this com-
plementary approach pointed to a salt-mediated origin of the purple stain damage [20],
revealed the presence of bacteriorhodopsin, and supported the presence of Halobacteria
by detecting their DNA by using the high-throughput sequencing (NGS) technology (see
Section 4.2). In addition, the LTA analysis revealed that the deterioration had spread to the
highly structured collagen fibers over time.

3. Physico-Chemical Analyses

The material analysis aims primarily to identify the composition of the support, the
inks, pigments, dyes, and the binding media that were used for the manuscript produc-
tion [23-25] as well as to detect the possible deterioration of the materials [26]. In order to
obtain a complete picture of the composition and the preservation status of an object, it is
important to correctly merge the results that are obtained by the use of the different analyti-
cal methods. Generally, the chemical-material analysis is based on the combination of three
complementary spectroscopic methods: X-ray fluorescence analysis (XRF) for the detection
of the chemical elements and Fourier Transform Infrared analysis (FTIR) as well as Raman
spectroscopy, which are compound-specific methods [27]. The three analytical techniques
have strengths and weaknesses [28], resulting on the one hand from the characteristic inter-
actions of the applied radiation with the materials that are analyzed, the penetration depths
of the radiation that is used, and on the other hand, from the design of the instruments
(e.g., differences in the detectors or the different spot sizes). Therefore, their application is
recommended to be performed in a complementary way [29]. The continuous progress in
the development of suitable instrumentation for the analysis of cultural heritage items has
led to the improvement and proposal of new devices, covering a broad area of materials
and objects. The range goes from the study of colors and painting techniques, degradation
processes, restoration practices, and the protection/degradation of objects of organic nature
such as archaeological wood, paper, textile and proteinaceous materials such as parchment
and leather. Moreover, the booming development of the analytical methods in recent
decades has brought a great number of new instrumental micro-analytical techniques that
are especially suitable for the study of membranous codices [30,31]. Transportable and
handheld instruments allow, nowadays, not only the in situ investigations of the objects,
but their sampling is not required anymore (thus, it is non-invasive). This means that there
is no need for the original sample material to be taken.

The analytical approach starts by applying energy dispersive XRF in air, thereby
yielding the qualitative and semi-quantitative results of the elements that are present in the
materials. With this method, information about the class of the pigments and inks that were
applied can be only deduced from the elements that are detected [32]. For example, the
detection of sulfur (S) and mercury (Hg) in a red area leads, definitely, to the identification
of the pigment vermilion (HgS). Another example would be the detection of copper (Cu) in
a blue area, which points to the application of azurite, which is the only copper-based blue
pigment. However, by applying XRF no compound-specific information can be obtained.
Therefore, also in the case of calcium carbonate (CaCQO3), no differentiation between the
three modifications (crystallographic structures), calcite, vaterite, and aragonite, is possible.
Moreover, artists were often mixing pigments with white to achieve a lighter hue. The
mixtures of the inorganic pigments can hardly be completely characterized by elemental
specific methods. The detection of lead (Pb) in a red paint layer indicates the presence
of red lead (minium—Ilead oxide). In the case of possible mixture of minium with lead
white (lead carbonate) the differentiation of the two materials cannot be clearly identified
by just employing XRF. For this reason, a compound-specific analysis is necessary for
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the identification of the materials. FTIR and Raman spectroscopy have been employed
widely in the field. Both techniques are carried out in air, and they are applicable in a
non-invasive way.

The following are some relevant results that have been obtained from our recent
studies of ancient Slavonic manuscripts. The investigations which were conducted on one
of them, specifically the Kiev Folia, were performed directly in the Vernadsky National
Library of Ukraine, and this included, first, the identification of the type of ink that was
used in the text, which was iron gall ink [8]. This result was obtained by merging together
the data of the XRF technique (showing a high number of counts in the quantity measure
of elemental iron (Fe)) and Raman spectroscopy (Figure 3a,b). An FTIR analysis which was
performed on the writings revealed the presence of calcium oxalates (Figure 3c), which
were probably formed after the oxidative degradation of the ink components, which can
occur due to a biological attack [15,17]. As described in more detailed in Section 4.2.2.,
as a result of this particular study, the microorganisms that were detected with the most
plausible capacities to produce calcium oxalate precipitation were the species of the genera
Staphylococcus and Streptococcus [8].
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Figure 3. Analysis of black ink in the Kiev Folia performed with (a) XRF, showing its elemental
composition with high counts in the quantity measure of iron (Fe) in comparison with the parchment
(in blue), suggesting the presence of an iron-based ink. (b) Raman spectrum confirming the presence
of an iron gall ink (green reference spectrum), and (c) rFTIR revealing the presence of calcium oxalate
(green reference spectrum).

A high amount of calcium (Ca) was detected by the XRF method on the parchment
folios. The complementarity of the approach revealed not only the presence of calcium
carbonate (CaCO3) deriving from the manufacturing of the material, but also from the
presence of calcium stearate (e.g., calcium soaps) which was probably formed during the
depilation process by the reaction of the calcium in the lime bath and the lipidic content
(subcutaneous fat) of the parchment [8]. This material was also found in another of the
previously investigated Slavonic codices, the Codex Assemanianus. In fact, in this precious
manuscript, calcium soaps and oxalates were also detected. Once again, further microbio-
logical investigations were performed on this manuscript in order to better understand the
conservation status of the item and support the hypothesis on the future risk of deteriora-
tion, as shown in the next sections [3]. Furthermore, all of the complementary methods that
have been described and applied for the analysis of the mentioned manuscripts represent,
in general, the optimal non-invasive tools for the identification of (I) inorganic and organic
pigments that were used for illuminations in manuscripts (e.g., lapis lazuli, azurite, and
indigo, lead white, vermilion, etc.), and extenders (e.g., chalk or kaolinite), (II) materials that
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were used for the preparation of the proteinaceous support (e.g., silicates due to the usage
of pumice stone), as well as (III) substances that were applied during the later conservation
processes (e.g., starch) [8,28,33].

Finally, it is important to emphasize that the combination of analytical techniques
can render additional information about ancient manuscripts, as shown in the study of
Bicchieri et al. [34]. The authors show how results that were obtained by scanning electron
microscope imaging which was coupled with dispersive X-ray microanalysis, Raman
microscopy and Fourier Transform Infrared Spectroscopy can reveal the presence of micro-
objects, which are both inorganic and organic, and are associated with the parchment
fibers or in the inks and dirt that have accumulated over the centuries between the pages.
These observations can reveal important information about the manufacture of ancient
documents, about their history or about the causes of ageing and deterioration of the
materials which they contain. The authors also argue that some chemical components,
which are normally attributed to the manufacture of materials or inks, may instead have a
particular origin and nature, and therefore, lead, if they are not properly highlighted, to
some misdiagnoses.

4. Molecular Analyses

Novel molecular analyses have been applied in recent years to the study of ancient
parchment documentary materials. The choice of the molecular technique that is used
depends to a large extent on the question that is posed. There are two types of molecular
analysis which have been applied to the study of ancient parchment documentary materials.
Those that focus on the proteins [6] and those focusing on the analysis of the genetic
information that is contained in the parchment, which includes the ancient DNA (aDNA)
of the original animal skin [1] and the DNA of the microorganisms that make up the
microbiome of the parchment material [3].

Molecular analyses applied to cultural heritage have taken advantage of the enormous
development in the field of so-called “omics” analyses [35,36], which now also offer suitable
tools to decipher the biological information that is contained in the ancient parchments.
These approaches allow for the analysis of all of the biomolecules (proteins and total DNA),
thereby delivering a kind of “bio-archive” of the material that are investigated. In addition,
this approach confers a more reliable quantitative analysis of the data. Nevertheless,
the biggest challenge in the molecular analysis of the manuscripts and other objects of
cultural heritage has been the development of non-invasive or minimal invasive sampling
techniques [37]. These techniques include different tools that are aimed at obtaining
the maximum amount of information with the minimum amount of invasiveness that is
employed when one is studying the objects. The use of a destructive method is permissible
only on the fragments that cannot undergo conservation or cannot be reunited (for example,
the fragments from the margins of pages, the bore dust that is produced by insects and
the parts that will certainly be eliminated during restoration such as parts of the binding
or cover leaves). Especially in the case of the documentary material, the development of
non-invasive sampling techniques allows access to previously unanalyzed documents with
the permission of conservators and archivists. To this end, a minimally invasive method
has recently been developed for the sampling of parchment using conventional PVC rubber
bands [6,7]. Documents can be sampled in situ by gently rubbing the eraser across the
surface of the material (Figure 4), and then, collecting the eraser fragments, without the need
for abrasion or cutting. This sampling can easily be done by the conservators themselves
without the need for specialized tools or equipment, and the sample can then be sent to the
research laboratory for its analysis. Depending on the biocodicological analysis that is to
be carried out (proteins or DNA), different amounts of eraser crumbs have to be collected,
ranging from a 20-100 uL volume [6].
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Figure 4. Sampling of an ancient parchment manuscript using PVC erasers by gently rubbing the
frame of the manuscript.

4.1. Protein Analysis and Applications

The study of proteins, or proteomics, is a powerful tool for the study of a parchment
material, as it can provide not only a sensitive approach to characterize the protein com-
position of a given sample, but also to identify the species of the proteins themselves and
thus, the protein-based material that was used to manufacture a specific object [38]. This
molecular approach is gradually becoming a recognized method in archaeological research,
as one of the major advantages of this technology is that it requires a small sample and
it is less laborious and costly than DNA analysis is. This approach includes basic protein
analyses or more in-depth proteomic analyses to identify the additional proteins on the
surface of the parchment material [6].

Specifically, in the study of ancient parchment, a basic protein analysis has been suc-
cessfully applied to determine the species of animal that was used in the parchment’s
manufacture. This method is called peptide mass fingerprinting (PMF) and it uses enzy-
matic digestion to cleave the proteins at specific amino acid sites, thereby forming a peptide
mixture. After the collection has been performed, each sample is chemically treated to
allow for the extraction of collagen from the skin. Although all of animal skin contains
collagen, the mixture of peptides in the collagen of each species is unique. Using mass
spectrometry techniques, the molecular weights of the individual peptides in each sample
can be determined, thereby allowing a peptide mass fingerprint (PMF) to be generated for
each of them. The fingerprint of one particular protein that has been obtained using mass
spectrometry can identify the species of the animal that it derived from [38].

Until recently, the protein analysis of parchment required its destructive sampling,
which consequently severely limited the number of analyses that could be performed on
a given document or on several documents in an archive. As an example, in the study
by Toniolo et al. [39] on the 13th century “Marco Polo Bible”, the authors needed 5 mg of
single-leaf parchment to identify that it was made of calfskin by the analysis of the peptide
sequences. Thus, the same authors pointed out that the study was biased because more
sheets could not be analyzed due to the destructive technique that was used and that it
could have been made from different types of parchment, depending on what material was
available at the time of its production. A further study by Kirby et al. [38] also showed
the use of destructive sampling techniques to identify a Qur’an folio that is dated to the
9th c. as being made of sheep skin. Authors have also analyzed and compared some other
objects that are made of animal skins, and they have stated that in all of the objects that
were investigated, the ages and sample conditions had no significant effect on the resulting
protein spectra and their subsequent identification. In order to avoid destructive techniques
being used in the study of ancient manuscripts, Fiddyment et al. [7] went a step forward,
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using the non-invasive sampling method that is based on PVC polymer rubbers, which
has the additional advantage of preserving the proteins in the PVC polymer residues at
room temperature and without the need for the special storage of them. These authors
performed a comparative analysis of the same sample using conventional MS techniques
that require destructive sampling to occur, as well as the non-destructive electrostatic MS
using the PVC eraser sampling method. They obtained the same, if not better, results
with the PVC sampling than they did when they were using a real fragment of parchment.
Thanks to the development of this non-invasive approach, the authors were able to extract
the proteins from 513 parchment samples to resolve the animal origin of the suspected
tissue paper-thin “uterine” vellum that was used in 13th century pocket Bibles and some
additional parchment samples spanning this time period. The authors have found no
evidence of the use of unexpected species, such as rabbit or squirrel, and they suggested
that uterine vellum was the result of the technological production of it using the available
animal resources, and that it would not have required unsustainable farming practices [7].

The ongoing development of proteomic techniques is enabling researchers to conduct
more extensive studies to infer the animal origin of a multitude of parchment documents.
Although, in principle, the selection of the skins seems to reflect the available livestock, and
thus, the preferences of a geographical region, recent studies have deciphered that some
animals were preferentially used for the production of certain types of documents. It has
been shown that valuable books were made from a rather expensive calfskin, which was
reserved for the highest quality books [7]. In contrast, Doherty et al. [40] analyzed 477 legal
deeds from the sixteenth to the twentieth century in the United Kingdom using peptide
mass fingerprinting, and they concluded that most of them were made from sheepskin. This
was due not only to the abundance of sheepskin and the low cost of sheepskin parchment at
this time in the UK [41], but also to the unique biological structure of sheepskin parchment,
which consists of an inner layer of skin called the dermis. The authors conclude that the
pre-modern writers preferred to use sheepskin parchment due to its inherent ability to
make visible the fraudulent erasure of texts, which is attributed to the high fat content of the
skin (30-50%) when it is compared to that of calfskin (2-3%) and goatskin (3-10%) [42,43].
The removing of the fat during the parchment-making process may cause the layers of
sheepskin to detach more easily than those of other animals. In order to make fraudulent
changes to the documents after signing them, the original text would have to be scraped off.
This could cause the sheepskin parchment layers to separate, and it would leave a visible
imprint on the document, thereby making the fraud easily noticeable [40].

4.2. DNA Analysis

DNA analyses have been applied for several years to recover the biological information
that is contained in the ancient manuscripts on the parchment [44]. These analyses have
been gradually developed to minimize the biases that are associated with destructive
sampling in order to recover the genetic material that is contained in the parchment.
Nevertheless, the amount of DNA that can be extracted from the parchment is generally
low, and it may be degraded for a variety of reasons, such as the chemical processes that
occur during its manufacture, the age of the parchment and the various alterations it may
have undergone over the centuries due to the human manipulation or poor preservation of
it. Several scientific publications have addressed this issue and all of them point to the need
to develop accurate non-destructive and non-invasive sampling methodologies and precise
DNA extraction protocols, as well as a careful DNA manipulation to avoid the occurrence
of external contamination [1,2,45-49].

It is important to highlight that the field of biocodicology has experienced a unthink-
able advance thanks to the development of next-generation sequencing (NGS) approaches,
thus eliminating the intrinsic limitations of the methodologies that were used before NGS
platforms became available. However, even before NGS analysis was widely used, nu-
merous studies already highlighted the possibilities that are offered by genetic analysis
of parchment [44]. Some of these studies focused only on ancient DNA (aDNA) for the
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sole purpose of identifying the animal skins that were used in the parchment produc-
tion [46,48,50]. In contrast, other studies have focused on the microbiological research
of manuscripts to identify the risk of potential damage that is exerted by microorgan-
isms [17,18,51,52] as well as to establish restoration/conservation methods [53].

Nowadays, advances in non-invasive sampling techniques, together with the develop-
ment of NGS approaches, are making it possible to investigate the genetic material of the
parchment on a larger scale. These analyses are still far from being routinely applied on
ancient parchment due to the laborious work that is required for sequencing techniques,
but also due to the high price of such analyses, which can only be afforded within special
research projects. Nevertheless, there are already some studies in which high-throughput
NGS analyses coupled with bioinformatics have been applied to parchment manuscripts,
thus allowing the researchers to identify the aDNA [2]. The compilation of these data has
resulted in a specific microbiome for each investigated parchment or “bio-archive” [3,8,54],
which can be considered to be a historical added value. The recovered biological informa-
tion offers new possibilities to answer two main questions: (a) the type of skin/animal
that was used to produce the parchments, and (b) the composition of the microbiome
that is colonizing their surface, but also other relevant questions that are related to the
manufacturing process of the book, its state of preservation and its historical use as well as
the animal breeding history [1-3,5,6,8,20].

The workflow to answer these questions includes several steps that can be summarized
as the use of non-invasive or minimally invasive sampling techniques which are followed
by the DNA'’s extraction, obtained directly from the sample material. This is a very delicate
and difficult task that requires experience and care to be taken. There are strict criteria
to ensure the reliability of the aDNA results. There are critical conditions for which the
DNA extraction procedures can occur, such as it being performed in dedicated laboratories
using special devices and equipment, and there are downstream steps that will depend
on the selected sequencing platform. Primarily, the Illumina sequencing platform has
been used for these analyses, as it is an ideal platform for sequencing short fragments of
aDNA, it has good coverage and it shows a greater sensitivity and reliable results [1,55,56].
Bioinformatics analyses with different pipelines have also been developed to better analyze
the huge dataset that results from this method [8]. Comparative analyses with DNA
databases finally allow the identification of sequences and their affiliation to animals,
bacteria, fungi, viruses and humans [2].

4.2.1. Identification of Animal Skins via DNA Analyses

One of the main applications of the genetic analysis of parchment is, and has been
in the past, to discover the origin of the skins that were used for its manufacture. This
involves the isolation of the ancient DNA (aDNA) that may still be preserved in the
parchment. However, the alteration of the material throughout its history, including during
its manufacture, preservation and analysis, affects the endogenous DNA of the parchment
from the time when the skin was removed from the donor animal until it is extracted in
the laboratory for the DNA analysis several hundred years later. When an organism dies,
its DNA is generally degraded by endogenous nucleases, but chemical damage, such as
oxidation or hydrolysis, also occurs. These processes lead to breaks in the DNA strands, the
loss or alteration of the bases in the nucleotides, and the cross-linking of the strands [44].
Furthermore, microbial attack also contributes to the breakdown of the DNA molecules.
However, it may be the case that under certain favorable circumstances, such as a low
temperature, rapid desiccation, or high salt concentrations, the nucleases themselves may
be destroyed or inactivated before all the nucleic acids are degraded [57-59]. The processes
that were used in the manufacture of the parchment include some treatment conditions that
may have allowed some of the DNA in the skin to remain intact [44], as previous research
has suggested that both the mitochondrial and autosomal DNA may be well preserved in
this material [1,45]. In fact, there is a compilation of research showing that ancient DNA can
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be detected in a variety of museum artefacts as well as biological and archival materials,
including parchment [60].

As mentioned above, some of these studies were conducted before the NGS platforms
were available and they used PCR-based assays using mitochondrial and/or nuclear
markers for the identification of the animal skins that were used in the production of the
parchment [46,48,50,61]. However, several shortcomings that are related to PCR-based
assays have been documented, such as the control of the contamination risk, the high
proportion of PCR chimeras and the questionable results that are obtained with the cross-
contamination between individuals and species [48,61]. In addition, PCR facilitates the
amplification of longer and less-damaged DNA fragments, thus it favours the modern-
contaminating DNA over endogenous aDNA [1].

Next-generation sequencing (NGS) approaches allow a very thorough analysis of the
ancient parchments to infer the proportion of the endogenous DNA (species of origin)
that is retained in the different samples as well as its possible contamination with other
animal species. Teasdale et al. [1] performed a first shotgun NGS study on parchment,
and they showed that this material is a very usable substrate for aDNA recovery and
analysis. They were able to retrieve 7-9% of the endogenous ovine genome from two of the
investigated parchment documents dating from the 17th and 19th centuries at a high-quality
and estimated-to-be-comparable or an even lower external contamination rate than that
which was obtained from aDNA that was extracted from other materials. They assumed
that the alignment rates of the non-source species were probably due to the homology
between the genomes of the ruminants, as well as the damage that occurred to the aDNA
molecules, resulting in a higher alignment with the non-source species. In a further study,
Teasdale et al. [2] investigated samples that were derived from the 1000-year-old bifolia of
the York Gospels, and they estimated that there was an average percentage of endogenous
DNA of 19.3% (range 0.7-51.4%) in all of the samples. However, these calculations fell
in the range of 0.2-5.7% when filtering for the quality of the mapping reads was applied.
Later, Pifiar et al. [3] investigated the animal origins of two ancient Slavonic codices dating
back to the 11th century, and they found that the proportion of endogenous DNA was less
than 0.25%. This proportion is relatively low, but it should be noted that the authors carried
out an extensive filtering of the sequences that were obtained. The loss of the mapped
reads occurs after the filtering process is performed, and this decrease indicates that there
may be a bias in the preservation and/or recovery of the DNA sequences from the different
manuscripts, depending on their state of conservation. This highlights the critical necessity
to standardize the protocols for comparing metagenomic studies, including not only DNA
sequencing protocols, but also bioinformatics downstream analyses, such as data filtering
as well as comparable pipelines for the processing and statistical analysis of the data.

Recent studies that were carried out by our working group on ancient Slavonic codices
have been able to identify the animal origin of the skins that were used for the manufactur-
ing of several manuscripts [3,8] and, in particular, the latest investigated item: the Glagolita
Clozianus (shown in this paper in Table 1). Our studies show that these ancient codices were
made from animals that were available in the region of the origin of the manuscripts and
that different folios of the same codex could be made from the skins of different animals [3].
Here, we show for the first time the data that were obtained from our latest analysis of
the Glagolita Clozianus, an Old Church Slavonic codex in the Glagolitic script from the 11th
century, consisting of a total of 14 leaves. Two of them are preserved in the library of the
“Landesmuseum Ferdinandeum” in Innsbruck (Austria) and these are the ones that were
investigated, and we reveal that they are made of sheepskin. We observed that there is a
high proportion of human DNA (Table 1) in all of the investigated manuscripts, wherein
the number of sequences that aligned only with the human genome were higher compared
to those of the host animal, which could indicate the more recent origin of these sequences
due to the ongoing human manipulation of the manuscripts, which is also showed by
Teasdale et al. [2].
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Table 1. Animal species identified in investigated ancient Slavonic codices showing the total numbers
of reads affiliating with each animal species. The data concerning the Liturgiarium Sinaiticum and the
Codex Assemanianus are published in Pifiar et al. 2020 [3], the data from the Kiev folia in Cappa et al. [8]
and the data from the Glagolita Clozianus are shown here for the first time. The whole methodological
and data analysis procedure that was applied to the latter codex was done in exactly the same way as
it was for the Kiev Folia [8] (for more details see supplementary Material File S1 and Figure S1). Bold
marked: indicate the highest number of reads related to a specific animal besides humans in each

sample.

Codex Homo sapiens Bos taurus” Owvis ariesH Capra hircusﬂ
Liturgiarium Sinaiticum S5 208,416 15,204 49,223 8803
Liturgiarium Sinaiticum S6 64,370 4630 483 174

Codex Assemanianus P 7,852,951 13,544 55,146 11,576
Codex Assemanianus R 143,268 19,958 24,465 3972

Kiev Folia 5,903,087 356,967 289,404 347,337

Glagolita Clozianus 243,594 180,518 224,188 59,737

Finally, further applications of high-throughput sequencing techniques on parchment
documents have been used to determine whether the different fragments of parchment
belong to the same document through the genetic analysis of their aDNA, and this was the
case in a study that was performed on the New Zealand’s founding document [56] or to
show the unification of the scrolls from distinct geological locations, as Anava et al. [62]
showed in their study about the Dead Sea Scrolls.

4.2.2. Microbiome Analyses and Applications

Since the technological development of the next-generation sequencing (NGS) tech-
niques, in particular metagenomics, some more comprehensive studies have been published
that allow for a very complete analysis not only of the animal origin of the parchment, but
also of its microbiome [2,3,5,8,20,21]. The microbiome is the community of microorganisms
(such as fungi, bacteria and archaea) and even viruses that exists in a given environment.
In the specific case of parchments, it is the total community of microorganisms that has
inhabited, or is inhabiting, the surface of the document. However, the question is: does a
parchment have a specific microbiome? Reviewing the studies that have been carried out
so far by molecular methods, we can say that the parchment possesses a core microbiome,
which reveals on the one hand, the history of its manufacture and, on the other hand, the
history of the use of the documents.

Metagenomics using target sequencing have been applied on parchments to reveal
that halophilic/halotolerant archaea and bacteria are the main players in the parchment
microbiome [5,20]. However, surprisingly, viruses have also been detected in relatively
high proportions in the studies where non-targeted sequencing or the so-called “shotgun
approach” has been used [2,3,8]. This last approach involves the sequencing of the total
extracted DNA, without focusing on any target sequence, which allows the simultaneous
identification of both the raw material (animal skin) that was used for the manufacture
of the manuscript as well as the different life domains that make up the total microbiome
inhabiting the object.

In this context, Figure 5 shows the microbiomes that were obtained in our latest studies
on the ancient Slavonic codices, which are mentioned above, by shotgun sequencing. In all
of the samples that were analyzed, it was possible to determine a dominance of bacteria, an
unexpected relevance of viruses and a low relative abundance of eukaryota and archaea. As
Figure 5 shows, a great advantage of performing shotgun sequencing is the visualization of
the microbiome members with their real proportions in the community. However, despite
these advantages, to date, there have been very few studies using this approach to study
the microbiomes of parchments [2,3,8].
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Figure 5. Shotgun metagenomics showing the relative abundance (%) of bacteria, eukaryota, archaea
and viruses in the microbiomes of ancient Slavonic codices [3,8] and in the Glagolita Clozianus (in
this study).
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Prokaryotic Community in the Microbiome

The prokaryotic community that has been identified so far by molecular approaches in
the parchment microbiome includes members that can be grouped into two main groups:
those that are typical of a saline environment and those that are typical of the human
microbiome.

The first group comes into contact with the parchment at a very early stage, i.e., during
the manufacturing process [5,20,21,63]. As mentioned in the Introduction section, since
ancient times, the salting of animal skins has been used wherever salt was affordable and
available to prevent the skins from putrefying [64]. Salting was carried out either dry or in
brine tanks, where the skins were left for several days. During the salting process, NaCl
gradually penetrated the skin’s inner surface, thereby making the parchment’s environment
extremely salty [65,66]. In addition, the salt that was used also introduced marine microor-
ganisms that are present in natural sea salt, such as halophilic archaea and halotolerant
bacteria, and it acted as a kind of culture/enrichment medium for these microorganisms [5].
Halophilic/halotolerant microorganisms were therefore, the “pioneers” in the colonization
of parchments, as only these microorganisms can thrive in such extreme salinity condi-
tions. In fact, Migliore et al. [5,20] proposed a model of microbial succession in which the
halophilic archaea would be the first colonizers of the parchment, but subsequently, as
the humidity increased and salinity decreased, these microorganisms would gradually
disappear and give way to the growth of halotolerant bacteria, such as some groups of
Actinobacteria, Proteobacteria, but also Firmicutes, which could grow consuming the haloar-
chaeal remains. In fact, this model fits very well with the observations that other authors
have made and with our own results. In the data that were obtained from our studies
on the old Slavonic documents, we could still detect traces of the pioneer colonizers, i.e.,
archaea, in all the documents except for L. Sinaiticum (see Figure 5). The retrieved sequences
showed that they are affiliated with the family Halobacteriaceae, specifically with the genus
Halobacterium and Halococcus [3,8] (also detected in the Glagolita Clozianus in this study).
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The low proportion of archaea in the samples may be due to the limited availability of the
ancient DNA strands when assessing the colonization process from a dynamic microbial
succession perspective. As Perini et al. [22] explain in their review, a metagenome analysis
provides a two-dimensional representation of the colonization process on the parchment,
which, in contrast, occurred in a three-dimensional perspective, including the layering
of the generations of different microbes over the centuries. In this way, the most recent
colonizers quantitatively outnumber the older ones, and they are easily detectable due to
the well-preserved state of their DNA. Some of these more recent colonizers are halotolerant
bacteria [5,20]. Our results also agree with these observations, and they show the same
phyla that were mentioned by these authors in the microbial succession on the parchments
(see Figure 6), but, in addition, we could detect members of the phylum Bacteroidetes in two
of the samples that were analyzed, although in a very low proportion. The members of
this last phylum were also detected in some of our previous studies which were devoted to
ancient parchment manuscripts [51].
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Figure 6. Shotgun metagenomics showing the relative abundance (%) of bacterial phyla in the
microbiomes of ancient Slavonic codices [3,8] (and Glagolita Clozianus in this study).

Figure 6 shows that the relative proportions of the above-mentioned phyla can vary
in the different manuscripts that were investigated, even in the samples that were taken
from different folios of the same codex, suggesting that this may reflect different stages
in the microbial succession in each sampled specimen. As mentioned above, one part
of the secondary colonizers of parchments are still the halotolerant bacteria belonging
to the phyla Actinobacteria, Firmicutes and Proteobacteria. Regarding the Actinobacteria,
the members of the order Pseudonocardiales have been suggested as being the dominant
ones [5,20], with some of the identified genera being Saccharopolyspora, Saccharomonospora
and Pseudonocardia [2,3,8,51] (which were also detected in Glagolita Clozianus in this study,
see Figure 7). However, also, some species belonging to the genera Nocardiopsis, such as
N. xinjiangensis and N. kunsanensis, which are tolerant to salt, alkalis and desiccation [67,68]
and Actinopolyspora and species of Yaniella, as Y. halotolerans have been identified as being
part of the core microbiome of the parchments [3,51].
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Figure 7. Relative abundance of the bacterial taxa (genera or family) showing >0.5% of total bacterial
reads in the microbiome of the Glagolita Clozianus. Actinobacteria: blue (47% of bacteria); Firmicutes:
orange (46% of bacteria); Proteobacteria: green (5% of bacteria). Others: grey (bacteria showing a
relative proportion under 0.5% cut-off).

Regarding the Firmicutes, some of the halotolerant members of the genera Gracilibacil-
lus, Halobacillus [3,51] and Salinicoccus [8] have been identified in previous studies on
parchments, as well as in the Glagolita Clozianus in this study (see Figure 7), but also of
the genus Staphylococcus [2,3,8]. Specifically, the species S. equorum exhibits a high salt
tolerance (up to 25% (w/v)), and it has been shown to be part of the core microbiome of
several investigated parchment manuscripts [3,8] (and in this study, see Figure 7).

Several studies have also demonstrated the presence of Proteobacteria in the parch-
ment microbiome, with most of the sequences being related to the Gammaproteobacteria
class. Migliore et al. [5] reported on the halotolerant aquatic or marine Gammaproteobac-
teria in a study that was conducted on a scroll from the Vatican Secret Archives. The
authors identified a high proportion of members of the order Vibrionales, but also relative
proportions of Alteromonadales, Aeromonadales, Oceanospirillales and Chromatiales. Among
them, the most frequent genera were: Aliivibrio, Allomonas, Photobacterium and Vibrio, but
also, there were Aeromonas, Halomonas, Marinomonas, Pseudoalteromonas, Rheinheimera and
Shewanella. In addition, the same authors reported on a relative high proportion of the
order Pseudomonadales in this scroll. The presence of Proteobacteria has also been reported
in our studies on the ancient Slavonic documents (see Figure 6), where we also detected
the dominance of Gammaproteobacteria. However, the genera we found do not match the
saline bacteria that were found by Migliore et al. [5]. Instead, we found sequences that
are related to the genera Pantoea, Enhydrobacter, Pseudomonas, Acinetobacter and Haemophilus
in our previous studies [3,8], as well as in the study of the Glagolita Clozianus (this study,
see Figure 7). Some of these genera were also identified in other studies by molecular
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means [5,18], as well as cultivated from parchments in studies that were conducted by
other authors [52,69]. The members of the Alphaproteobacteria and Betaproteobacteria have
been also identified in parchments, but with lower proportions, with species of the genera
Bartonella, Brevundimonas and Neisseria [3,5] (the last one also detected in this study, see
Figure 7).

It is important to note that some of the halotolerant bacteria that were identified in
the parchments pose a potential risk for this material. As some examples, the species
of the genus Nocardiopsis produce a large number of bioactive compounds and excrete
extracellular enzymes such as proteases and keratinases, which facilitate the utilization
of the proteins in nature [70]. The species of Gracilibacillus are able to produce proteolytic
enzymes that are capable of hydrolyzing gelatin [71,72], and elastases [73], thus cleaving
the elastin, which together with collagen, determines the mechanical properties of the
tissues. Staphylococcus equorum exhibits efficient enzymatic activities, including proteases
and lipases [74,75]. Additionally, other species, such as Yaniella halotolerans and Halobacillus
sp. are able to produce hydrolases [76,77]. Finally, Acinetobacter spp. are considered to
have a great destructive potential for this material [8,52]. Nevertheless, the most intrigu-
ing finding is the repeated identification of Saccharopolyspora species in almost all of the
ancient parchment manuscripts that have been analyzed by several research groups and
using different molecular techniques, such as clone libraries and DGGE [52] as well as
NGS using the target [5,20] or the shotgun approach [2,3,8] (and this study, see Figure 7).
Saccharopolyspora has previously been described as a common microbial culprit that is
detected in numerous ancient parchment documents, showing the so-called ‘measles-like’
parchment discoloration, consisting of purple spots that are linked to localized collagen
damage and parchment deterioration [51]. However, later, Migliore et al. [20] documented
the presence of the archaea Halobacterium salinarum in decayed documents that displayed
the same phenomenon of purple spots. Furthermore, through a Raman analysis, the authors
confirmed the presence of bacteriorhodopsin, which is the main photosynthetic protein of
the archaeal H. salinarum, together with bacterioruberin, which is also produced by some
of the species of Actinobacteria. In view of these findings, they postulated that the phe-
nomenon of purple spots is triggered in the parchment initially by the haloarchaea and at a
later stage of microbial succession, actinobacteria and fungi are implicated in the damage
that occurs due to their ability to attack the collagen in depth. This assumption does not
contradict the findings that were made by Pifar et al. [51], where the authors postulated
that actinobacteria, specifically Saccharopolyspora, together with the Aspergillus species were
responsible for the purple stains, but rather, these two assumptions reveal the two distinct
stages of microbial succession leading to the same phenomenon of the biodeterioration of
the parchment. A very similar phenomenon is the so-called “red heat”, which is a typical
red coloration found as pitting on the flesh-side surface of salted hides after their storage
during the leather manufacturing process. Some authors have recently confirmed that
both, the presence of purple spots and the red heat, depends on the pioneer colonization of
H. salinarum, thereby producing the red staining due to bacteriorhodopsin [21]. The sea salt
that was used for the leather curing is responsible for the transmission of the halobacteria
to the hides and skins.

The second group of prokaryotes that was found in the parchment microbiome are
the secondary colonizers [5], and their distribution depends on the individual history
of each parchment, including the specific environment where the parchment was stored
(i.e., libraries, archives and churches) and its handling, history of use and the customs
of the time [2,3,8]. Recent studies have shown that part of these secondary colonizers
are typical bacteria of the human microbiome [2], and their presence on the parchment
agrees with the fact that the skin microbiome is the most common component of the urban
microbiome [78], and in particular, on handled surfaces. These bacteria belong mainly
to two phyla, Actinobacteria and Firmicutes. Within the Actinobacteria, the most dominant
group are the species of Propionibacterium, mainly P. acnes, but also of the genera Rothia,
Corynebacterium and Brevibacterium as well as members of the family Dermabacteraceae [2,3,8],
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(and in this study, see Figure 7). Within the phylum Firmicutes, mainly the species of the
genera Staphylococcus and Streptococcus, but also Leuconostoc, Lactobacillus and Gemella as
well as the members of the family Carnobacteriaceae have been identified [2,3,8] (and this
study, see Figure 7). It is important to highlight that most of the human microbial markers
that have been found on parchments are characteristic of the microbiome of the skin and the
oral [8] and nasal cavity [2], which points to the history of use of the parchments that have
been investigated. The bacteria that were detected not only indicate the intensive handling
of the parchments over the centuries, but also to the usage and devotional customs and
habits of the past, such as the custom of kissing prayer books during religious ceremonies,
which would explain the large number of bacteria that are typical of the oral cavity being
present on the surface of religious books [8]. Nevertheless, these data should be taken with
caution, as many of these bacteria, on the one hand, are potential human pathogens and, on
the other hand, they may also be involved in the deterioration of the parchment. To name
a few examples, it has been suggested that some Staphylococcus and Streptococcus species
may be involved in the formation of calcium oxalates on parchment [8]. Additionally,
the members of the genus Brevibacterium have been repeatedly detected in the parchment
microbiome [2,3,69] (and this study, see Figure 7). Although the identification of them at
species level was not always possible, in some cases B. linens was detected [3]. This species
is abundant on human skin, but it is also well known for its ability to tolerate high salt
concentrations. In addition, it produces carotenoid pigments and proteases, which are
capable of damaging parchment [79], all together, posing a severe risk to the integrity of
the parchment documentary material.

Eukaryotic Community in the Microbiome

The most recent studies using shotgun metagenomics have shown that eukaryotic
microorganisms represent only a small proportion of the microbiome (typically below
2%) of parchment [2,3,8] (and this study, see Figure 5). This observation contrasts with
those of the previous studies in which only some target regions of DNA were amplified
and sequenced (18S rRNA and/or ITS sequences for the target amplification of fungi)
to investigate the specific groups of microorganisms that are on the parchment [17,51],
highlighting the greater accuracy of the shotgun approach to study the actual proportions
of the different domains of life in the microbiomes.

As an example of the application of metagenomics with a shotgun approach, Figure 8
shows our previous and current studies on the ancient Slavonic manuscripts. The figure
reveals that the small proportion of eukaryotic microorganisms in the microbiome of the
investigated parchments are related, in most of the case studies, to the phylum Ascomycota,
mainly to the families Aspergillaceae, Debaryomicetaceae and Saccharomycetaceae [2,3] (and
in this study, see Figure 8) and they are specifically affiliated to sequences of the genera
Penicillium, Debaryomyces and Saccharomyces, respectively (data not shown). In addition,
the members of the phylum Basidiomycota have also been identified in three of our case
studies [3,8], (and in Glagolita Clozianus in this study), with all of them being related to the
Malassezia species. Finally, in two of the manuscripts that we have investigated, the Eimeria
species belonging to the family Eimeriidae (phylum Apicomplexa) were identified instead [3].

Despite the low overall proportion of the eukaryotic microorganisms that were found
in these ancient Slavonic manuscripts, the data that were recovered may also provide some
interesting insights into the raw material that was used for the manufacture of some of
the parchments which were investigated. For example, some of the sequences that were
identified in two of the Slavonic manuscripts (L. Sinaiticum 5 and C. Assemanianus R, see
Figure 8) are members of the family Eimeriidae (phylum Apicomplexa). The Apicomplexa are
a diverse group of intracellular parasitic protists, which are responsible for widespread
diseases in domestic animals [80]. The genus Eimeria, which was detected in these ancient
manuscripts, comprises several species that are capable of causing coccidiosis in animals
such as poultry, cattle and small ruminants, including sheep and goats [81]. The finding of
DNA traces of this parasite on these two parchment manuscripts, which are made from
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sheepskin, may indicate that animals which were in poor health were used to manufacture
the parchment.
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Figure 8. Shotgun metagenomics showing the relative abundance (%) of eukaryotes in the micro-
biomes of ancient Slavonic codices at the family level [3,8] (and in Glagolita Clozianus in this study).
The overall relative abundances of the eukaryotes in the microbiomes were: L. Sinaiticum S5: <1%;
L. Sinaiticum S6: <1%; C. Assemanianus P: 1.5%; C. Assemanianus R:1.2%; Kiev Folia: <1%; Glagolita
Clozianus: <1% (This study).

However, most of the eukaryotic taxa that were identified raise a red flag about
the state of the preservation of the investigated manuscripts. As shown in Figure 8§,
the majority of the eukaryotic sequences were related to fungi, which belong mainly to
Ascomycota, and specifically to the members of the family Aspergillaceae. This finding is in
line with the previous studies in which the members of this family, such as Penicillium and
Aspergillus species, were repeatedly identified on deteriorated parchments [15,18,51,82,83].
In addition, members of the genus Penicillium have been found to exhibit a marked level of
proteolytic activity on parchments [52,69]. Fungi are considered to be second colonizers of
parchments [5,20], and their presence is linked to the individual history of their storage
and the use of the parchments over the centuries. However, these microorganisms can be
very active participants in the deterioration of parchments [17,84,85], and their detection
indicates that there is a high latent risk of the deterioration of the investigated parchment if
the environmental conditions become suitable for their germination.

Finally, the members of the Basidiomycota were also identified by NGS analysis using
our shotgun approach (see Figure 8), with all of the members being related to the family
Malasseziaceae. Malassezia, the only genus that was detected, occurs naturally on the skin
surface of many animals, including humans [86]. Most of the Malassezia species are unable
to synthesize fatty acids and therefore, they possess a set of gene-encoding lipases and phos-
pholipases that are responsible for the release of fatty acids from various lipid compounds,
such as those that are made by the sebaceous glands of the host skin [87]. The capture
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of these fatty acids and their further utilization in various lipid biosynthesis pathways is
essential for the growth of Malassezia species [88]. For this reason, in our previous study
on the Kiev Folia [8], we pointed out that the detection of Malassezia sequences could be
related to the calcium soap that was detected in this codex and distributed throughout the
different folia (see Section 3).

Viruses in Parchments

Until recently, viruses have not been investigated as an integral part of the microbiome
of ancient parchment manuscripts. This is simply because they had previously been
overlooked due to the use of technologies that did not allow for their detection, i.e., only
cultivation or sequencing of DNA target regions. However, the few recent studies that
have employed the shotgun NGS approach have revealed that viruses can account for a
significant part of the parchment microbiome [2,3], with proportions of them that are as
high as 50% of the sequences that have been obtained [8] (see Figure 5). Although these
data are still very preliminary and require more advanced bioinformatics analyses, they
indicate a new future direction in the emerging field of biocodicology.

Teasdale et al. [2] already showed the presence of viruses in the samples from the York
Gospels, but they did not analyze these sequences in depth, showing only that some of them
belonged to the Siphoviridae group. This observation has been confirmed in our studies
on the ancient Slavonic parchment manuscripts, where the Siphoviridae group was widely
represented in some of the manuscripts, such as the L. Sinaiticum S5, C. Assemanianus P and
the Glagolita Clozianus, specifically with sequences being related to the Propionibacterium-
phage (see Figure 9). This indicates a direct relationship with the bacteria that were found
in these manuscripts, where Propionibacterium was detected in a relatively high proportion
in their microbiomes [3,8] (and in Glagolita Clozianus in this study, see Figure 7), and this
indicates that part of the viruses that were found are bacteriophages, i.e., they prey on the
bacteria that colonize the parchment.

Figure 9 shows that diversity and proportion of the viruses can be very different in the
investigated Slavonic manuscripts, which can also reveal the differences in their history of
use. Besides the bacteriophages, a considerable proportion of the viruses that were found
are partially members of the “virobiota”, i.e., viruses that are commonly found in healthy
humans [89]. This is the case of the Merkel cell polyomavirus (MCV), which was widely
distributed in some of the parchments, especially in the Kiev folia [8]. This virus causes
most of the cases of Merkel cell carcinoma, a type of rare skin cancer [90]. However, it
is also found on healthy skin [91]. The presence of the MCV on the surface of some of
the parchments is most likely due to its close contact with human skin, considering its
widespread manipulation throughout the centuries.

However, can viruses reveal any other information about the parchments beyond
this? Our previous and current results suggest that they can, in fact, reveal or support
important information about this material. Some of the viruses that were detected in our
shotgun NGS analyses on the ancient Slavonic manuscripts provide fascinating information
that confirms our conclusions about the source of the skins and even unveils the possible
origins of some of the inks that were used for the elaboration of the manuscripts [3]. This
was the case for the detection of the Jaagsiekte sheep retrovirus (JSRV) [92], which causes
a contagious lung cancer in sheep, known as ovine pulmonary adenocarcinoma (OPA).
JSRV has an endogenous counterpart, which is inserted in all of the sheep genomes, with
about 27 copies of endogenous retroviruses (en]JSRVs) per genome. Endogenous JSRVs
have several functions in the development of domestic sheep, as they help in blocking
the replication cycle of JSRV and have a key involvement in the maturation of the sheep
embryo [93]. This virus was found in the L. Sinaiticum S5, the C. Assemanianus P [3] and the
Glagolita Clozianus (this study, see Figure 9), all having been confirmed to be manufactured
with sheepskin (see Table 1). The detection of JSRV in these manuscripts, through the
application of the shotgun DNA analyses, suggests that what we have identified is the
homologous endogenous sequences of the virus that are inserted in the genome of the
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sheep, which perfectly supports that the investigated folios were made from sheepskin. We
could not detect this virus in the virobiota of the C. Assemanianus sample R, which was also
identified as being from a sheep, but it can be explained by the lower retrieval of the genetic
material from this sample due to the non-invasive sampling that was applied in this folio
using erasers [3]. This virus was not detected in the samples of L. Sinaiticum S6 [3] and Kiev
Folia [8], both of which were shown to be manufactured, fully and partially, respectively,
from calfskin (see Table 1). The discovery of ovine retroviruses in the samples that were
identified a priori as sheepskins opens an interesting perspective that could be further used
to investigate the population genetics in the parchment materials by the performance of
further bioinformatic analysis [94].
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Figure 9. Shotgun metagenomics showing the relative abundance (%) of viruses in the microbiomes of
ancient Slavonic codices [3,8] (and in Glagolita Clozianus, this study). The overall relative abundances
of the viruses in the microbiomes were: L. Sinaiticum S5: 3%, L. Sinaiticum S6: <1%; C. Assemanianus P:
15%; C. Assemanianus R: <1%; Kiev Folia: 53%; Glagolita Clozianus: 11% (This study).

Another interesting case was the detection of the Dasheen mosaic virus (DsMV) in
the microbiomes of the two samples that were investigated from the L. Sinaiticum (see
Figure 9) [3]. This is a single-stranded RNA virus, belonging to a group of plant pathogenic
viruses, specifically to the genus Potyvirus, which naturally infects the Taro plant (Colocasia
esculenta) [95]. The detection of this ssRNA virus in a DNA sequencing analysis was
explained by its integration into the genome of the host plant, Taro [3]. All types of viruses
can become endogenous by integrating the viral copy sequences into the genomes of
various host organisms. These sequences are generally referred to as endogenous viral
elements (EVEs) [96]. The integration of potyvirus sequences into host plant genomes is
well known [97], and it may be the only plausible explanation for this finding. However, the
detection of DsMYV in this codex led to an intriguing hypothesis through a literature search.
Taro is known to have been cultivated in ancient Egypt, where it was an important crop
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plant [97]. At this time, this plant was mainly used for the consumption of edible leaves and
corms, but also for its high concentration of anthocyanin [98]. Bicchieri et al. [99] previously
described that some inks that were used for parchment illustration were composed of
anthocyanins which were extracted from different plants, through a process in which the
organic dye was precipitated with an inert binder, usually a metallic salt. Thus, could
this be an indication that some of the inks that were used in this codex were composed
of anthocyanin extracted from Taro? Well, one hypothesis to explain the detection of the
DsMV in the Liturgiarium Sinaiticum could be that the Taro plant, which was very common
in ancient Egypt, was used to extract the anthocyanins for the local production of the
inks. In fact, previous studies on this codex, using X-ray fluorescence analysis (XRF) in a
non-destructive and non-invasive manner, led to the conclusion that an organic dye had
been applied for the yellow and a blue pigment [100]. Although only a hypothesis, the
discovery of the Dasheen mosaic virus could indirectly support the previous theory, which
some philologists suggest, that this codex was composed and written in the same place
where it was found, namely in the monastery of St. Catherine in Sinai, Egypt [101], by using
the materials that were available in this area.

Finally, the discovery of Capripoxvirus in our last investigated codex, the Glagolita
Clozianus (see Figure 9), is also noteworthy. Capripoxvirus is a genus of viruses in the family
Poxviridae, and it is among the most severe of all of the animal poxviruses. Sheep, goats
and cattle are their natural hosts, where these viruses cause damage to their skins and
wool [102-107]. The genus consists of three species: sheep pox virus (SPPV), goat pox virus
(GTPV) and lumpy skin disease virus (LSDV). Unfortunately, it was not possible to identify
this virus at the species level, which would have confirmed once again that this codex was
made from sheepskin. Nevertheless, this virus could be an indication of the health status
of the sheep that was used for the manufacture of the foil under investigation.

To our knowledge, our studies on the ancient Slavonic parchments are the first to
analyze the viruses on this material in detail. The discovery of these viruses, which are
taken as examples, illustrates the multiple applications and possibilities that are offered by
shotgun metagenomics in the field of biocodicology for future studies and perhaps a new
field of interest in the parchment “virobiota”.

5. Conclusions

In this review, we have shown the importance of applying a complementary analytical
approach to the study of cultural heritage materials, in particular, parchment. Such a
comprehensive investigation of the material composition of an object can be applied to:
(a) assign an object to a particular historical context, (b) determine the correctness or
incorrectness of the stated provenance, (c) explore the technology that was used for the
preparation of it. Furthermore, the analytical research methods also provide important
information about the state of the preservation and the possible deterioration reactions,
which the human eye would not otherwise detect. The latest trend is to complement
the analytical methods with biocodicological analyses (i.e., the study of the biological
information that is contained in the parchment), which is opening up a new dimension
in terms of the information that can be obtained by analyzing its proteins or its genetic
material. This biological information is an added value or “individual bio-archive” that
can help to infer not only the animal origin of the skins that were used for the manufacture
of the parchments, but also their microbiome. The microbiome of the parchment is very
specific, and it reveals, on the one hand, the history of its manufacture and, on the other
hand, the history of the use of the documents. Metagenomic studies have shown that the
microbiome is typically composed of halophilic/halotolerant microorganisms, which are
the primary colonizers of this material, which can be considered in a way as an extreme
environment due to its manufacturing process. Secondly, the secondary colonizers are
directly related to the storage and use history of the documents and thus, most of the
microorganisms are typical of the human microbiome. Finally, the recent discovery and
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investigation of the viruses on these parchments opens an interesting perspective and
possibly a new direction of the research in biocodicological studies.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/app122010479/s1, Supplementary File S1. Methods employed
with the new codex analysed in this study: the Glagolita Clozianus, which includes Figure S1. Workflow
of quality control and pre-processing of the obtained reads using the Kneaddata pipeline v0.7.3.
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