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Abstract
The starch grains present in the dental calculus of four Neolithic individuals of the Dehesilla Cave (Cadiz, South of Spain) 
were extracted and observed with light microscopy. The variant of the extraction technique used proved to be very effective. 
A number of Poaceae-Triticeae taxa [wheat (Triticum sp., the main crop, including Triticum aestivum), barley (Hordeum 
sp.)], Fabaceae-Fabeae-Cicereae and Fagaceae (oaks = Quercus sp., which constitute new data for the area in question) were 
identified. Some pollen grains and fungal spores were also identified, which helped to provide information on the ecological 
framework of the crops associated with the archaeological site.
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Introduction

The Dehesilla Cave

The Dehesilla Cave is located in the Cadiz province of 
Spain, in the South of the Iberian Peninsula (Fig. 1). It was 
first explored by Viñas Valverdú (1970, 1971), Martí et al. 
(1975) and Acosta and Pellicer (1990). In the 21th century, 

García-Rivero et al. (2018a, b, 2019, 2020, 2022a, b) carried 
out relevant interdisciplinary works of archaeological and 
paleoecological nature that allows a better understanding of 
the human occupation of this important site.

Since 2016, new archaeological excavations took place 
in Dehesilla Cave, under the direction of Daniel García-
Rivero, in six different areas, two outside the cave entrance 
(C001 and C002) and four inside the cave (C003, C004, 
C005, and C006) (García-Rivero et  al. 2018a, b, 2019, 
2020, 2021, 2022a, b; Taylor et al. 2018; Taylor and García-
Rivero 2020). On the platform outside the mouth of the cave 
an Andalusian archaeological sequence, dating from the 
eleventh-twelfth centuries, was recognized (García-Rivero 
et al. 2018a; Taylor et al. 2018). Inside the cave, the excava-
tion of two areas in the innermost room (C005 and C006) 
revealed a Neolithic occupation, with different stratigraphic 
levels dated from the Early to the Late Neolithic (García-
Rivero et al. 2022a, 2023). In the test pit C003, besides a 
Neolithic sequence, from the Early to the Late Neolithic, 
a Chalcolithic stratigraphic level was identified as well as 
two upper historical phases (García-Rivero et al. 2018b, 
2019, 2022b). Finally, in the archaeological area C004, the 
only one that is still under excavation, there is, until now, 
evidence of a broader occupation ranging from the Middle 
Neolithic, Late Neolithic, Chalcolithic, Protohistory, and the 
twentieth century, the latter in the uppermost layer.
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Dental calculus

Dental calculus, or tartar, consists of a calcified bacterial 
dental plaque. It is essentially composed of calcium phos-
phate mineral salts (White 1997; Eden 2008; Fons-Badal 
et  al. 2020) and originates from intricate interactions 
between bacteria and saliva (Radini et al. 2017). Dental 
calculus is very common in human teeth and its formation 
and quantity depend on a number of factors such as oral 
hygiene habits, ethnicity, and diet type (White 1997; Arora 
et al. 2017).

The nature and morphology of starch

Starch is a carbohydrate polymer, composed by two dif-
ferent molecules, both of them made of the monosacha-
ride D-glucose: amylose (linear, constituting 5–35% of 
natural starches) and amylopectin (ramified, forming 
95–65% of this polysaccharide) (Lodish et al. 2004; Seung 
2020). It accumulates throughout the photosynthesis in 

the amyloplasts, and is commonly found, as energy stor-
age granules, in various organs (e.g., tubers, rhizomes 
and seeds) of vascular plants (Chakraborty et al. 2020; 
Louderback et al. 2022), constituting the primary storage 
carbohydrate in the Plant Kingdom (Lodish et al. 2004). 
The morphology of these granular structures (shape, size, 
internal and surface characteristics) varies significantly 
within the different taxa, providing data for their identifica-
tion (Perez et al. 2009; Ashogbon and Akintayo 2013; Yang 
and Perry 2013; Copeland and Hardy 2018; Gismondi et al. 
2019; Louderback et al. 2022).

The relevance of starch in Archaeology

The importance of starch in Archaeology is mainly associ-
ate with two characteristics: a) its resistance, which allows it 
to be conserved in the dental calculus (Copeland and Hardy 
2018). In fact, tartar frequently captures and preserves organic 
material (including starch) in its structure (Copeland and 
Hardy 2018; Allende and Samplonius 2021); b) its relevant 
variability among taxa, which frequently allows the identifica-
tion of the taxa (family, tribe, genus, species) that produced 

Fig. 1  Geographical location map of Dehesilla Cave and location of the archaeological areas C003, C004, and C006 on the three-dimensional 
plan of the cave
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it (Aceituno-Bocanegra and López-Sáez 2012; Ashogbon 
and Akintayo 2013; Yang and Perry 2013; Gismondi et al. 
2019; Ahituv and Henry 2022; Louderback et al. 2022). In 
an anthropological context, starch can be extracted from teeth 
and various human tools, such as pottery and other artifacts 
(Louderback et al. 2022) and even from pre-historic stone 
tools (Copeland and Hardy 2018).

Material and methods

Material

The dental calculus founded in the teeth of four individu-
als of the Dehesilla Cave (Table 1) was used in this work. 
These teeth were retrieved during different archaeological 
campaigns in different areas inside the cave (Fig. 1): DH16-
3-15C-4 was recovered in 2016, from the archaeological area 
C003, stratigraphic unit 15C; DH17-6-Locus 2–1 comes 
from the archaeological campaign of 2017, archaeological 
area C006, stratigraphic unit Locus 2, while DH19-4–74-
Flot.69.2 and DH19-4–74-Flot.71 were recovered in 2019, 
from the archaeological area C004, stratigraphic unit 74.

With the exception of DH17-6-Locus 2–1, an upper right 
first premolar, found in situ, in a cranium that probably 
belonged to a female individual, aged between 24 to 45 years 
old, all other were loose teeth recovered directly from the 
sediment or indirectly from sediment flotation, and therefore 
it is not possible to provide more information pertaining sex 
or age at death of the individuals they belonged to besides 
the fact that they are adults.

Only DH17-6-Locus2-1 has a direct radiocarbon dat-
ing placing it in Middle Neolithic A (MNA) (García-Riv-
ero et al. 2020). The radiocarbon dates of the remaining 
teeth are indirect ones, based on the dating of faunal teeth 
found in the same stratigraphic unit as the human teeth. 
The obtained date for DH16-3-15C-4 comes from the dat-
ing of a caprine/goat molar tooth (García-Rivero et al. 

2019), while the dating of the two human teeth identified 
in the stratigraphic unit 74, from the archaeological area 
C004, was based on the dating of a caprine molar. This last 
one is an unpublished AMS date performed at the Centro 
Nacional de Aceleradores, University of Seville (Table 2).

Methods

After mechanical extraction, the dental calculus was tritu-
rated with a glass rod in a stainless-steel fine mesh filter 
(mesh size = 1/10 mm), to facilitate its maceration, washed 
with diluted (1N) hydrochloric acid and put in Eppendorf 
tubes (2 ml). Subsequently, the tubes were kept for 48 h 
at 4º C, and, afterwards, centrifugated (9000 rpm, 3 min) 
and decanted. Then, they were washed twice with distilled 
water, decanted and filled with glycerol. A drop of 50% 
glycerol with the sediment was transferred to a microscope 
slide and the cover was doubly sealed with nail-polish. The 
chemical identification of starch was made by the classical 
Lugol’s iodine solution. The observations and micrographs 
were made with a Motic BA 310 light microscope (LM) 
operating at × 600 and equipped with a digital camera. The 
material was kept in the reference pollen collection of the 
Life Sciences Department.

In the identification of starch granules, a number of 
articles (Aceituno Bocanegra and López Sáez 2012; Yang 
and Perry 2013; Gismondi et al. 2019; Chakraborty et al. 
2020; Monge Calleja et al. 2020; Ahituv and Henry 2022; 
Louderback et al. 2022), dichotomous keys (Yang and 
Perry 2013; Monge Calleja et al. 2020; Ahituv and Henry 
2022; Louderback et al. 2022) and specialized websites 
(Starch Grain Database 2022) were used. The modern 
starch collection of the Department of Life Sciences of 
the University of Coimbra was also employed (Figs. 2 and 
3). The terminology follows essentially the International 
Code for Starch Nomenclature (ICSN 2011).

Table 1  Characterization of the studied individuals

ENB Early Neolithic B; MNA Middle Neolithic A; MNA-MNB Middle Neolithic A-Middle Neolithic B

Reference Teeth Age Period BP date Cal BC-2σ

DH16-3-15C-4 Lower right central incisor  (RI1) Adult ENB 6609 ± 35 5616–5490
DH17-6-Locus 2–1 Upper right first premolar  (RPM1) 24–45 y.o MNA 5900 ± 30 4840–4713
DH19-4–74-Flot.69.2 Lower right canine  (RC1) Adult MNA- MNB 5830 ± 35 4786–4596
DH19-4–74-Flot.71 Upper left first or second molar  (LM1 or  LM2) Adult MNA- MNB 5830 ± 35 4786–4596

Table 2  Radiocarbon date of 
the stratigraphic unit 74 in the 
archaeological area C004

Lab. Code ID S.U. – C004 Sample %C %N C:N BP Date Cal BC—2 σ

CNA5180 DH19-6 74 (NW) Caprine – molar 35.7 13.1 3.2 5830 ± 35 4786–4596
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Results

Starch grains were obtained from all the four individu-
als that were studied. Their main characteristics and 
identification are summarized in Table 3. As the starch 
of barley and wheat species share several features (e.g., 
a marked bimodal distribution of the sizes of the smaller 
and larger grains), Table 4 compares the dimensions 
of the largest modern starch grains of these species. 

There is a clear difference in size between the grains of 
the two wheat taxa (which are significantly larger) and 
those of barley.

The percentages of wheat and barley starch grains iden-
tified in relation to the total number of Triticeae identified 
up to the genus, as well as the percentages of Triticeae, 
Fabaceae and Quercus in relation to the total number of 
identified starches for each individual analyzed are respec-
tively presented in Figs. 7 and 8.

Fig. 2  Modern starch grains of 
A Hordeum vulgare; B Triticum 
aestivum; C T. durum; D Cicer 
arietinum; E Lathyrus sativus; 
F Lens culinaris; G Vicia faba
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Discussion

Starch extraction

The variant of the method for extracting the starch used in 
this work proved to be very effective. In fact, the use of 
a higher concentration of hydrochloric acid (1N instead of 
0.1 N) for less time allowed the process to be faster (48 h 
instead of 96 h) without damaging the grains of this poly-
saccharide. Also, the mechanical actions described above 
facilitated the maceration of the calculus and the release of 
the starch without harming it. The success of this variant can 
be easily seen from Figs. 4 and 5. Indeed, in all cases the 
amount of starch grains found was high. It should be noted 
that they often constituted aggregates, including one or more 
genera or families.

Starch identification

To identify the taxa that produced the starch granules, all 
the qualitative and quantitative characteristics were consid-
ered. We agree with Yang and Perry (2013) that the larger 
starch grains are the most informative and the ones that are 
easiest to identify. However, in some cases, combining the 

characteristics of large grains and small grains can also be 
useful (see 4.2.1).

Poaceae‑Triticeae

The dispersal of agriculture on the Iberian Peninsula is 
recorded from, at least, 5550 cal BC (the first evidence of 
farming—grains of Poaceae—belonging to the site of Mas 
d’Is, in the province of Alicante) (Peña-Chocarro et al. 
2018), and cereals belonging to the Poaceae-Triticeae are 
among the first of these crops (Alonso Martínez 2000; 
Zapata et al. 2004; Peña-Chocarro et al. 2013, 2018). During 
the second half of the sixth-millennium cal BC, agriculture 
extended to almost the entire Peninsula, including Andalusia 
(Peña-Chocarro et al. 2018).

Triticum was, without doubt, the most important crop of 
all we found, and we could identify it in all the individuals 
(Figs. 4A-E, F-L, 5C-E, K-L). The presence of an observ-
able hilum in the sub-polygonal smallest grains of Fig. 4(G, 
H, K, L), in conjunction with other characteristics (e.g., 
size) made it possible to identify them as belonging to this 
genus (Aceituno-Bocanegra and López-Sáez 2012), and, in 
some cases, with a good probability (larger dimensions), to 
the species T. aestivum. These identifications are in agree-
ment with the results previously described by García-Rivero 

Fig. 3  Modern starch grains of 
Quercus (Fagaceae). A Q. coc-
cifera; B Q. faginea; C Q. ilex; 
D Q. suber. Scale bar = 20 μm
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et al. (2019, 2022b) with the identification of wheat seeds 
(Triticum aestivum-durum) in all Neolithic sequence, since 
the ENB, in both analyzed archaeological areas (C003 and 
C006) of Dehesilla cave.

Nevertheless, Hordeum was also present (Fig. 5H-I), bar-
ley starch is quite similar to that of wheat, but in general, 
it is smaller, with more frequent abnormal shapes and bet-
ter-defined lamellae (Aceituno-Bocanegra and López-Sáez 
2012), which allowed us, in a number of cases, to separate, 
with a good probability, the two genera. García-Rivero et al. 
(2019: 225, 2022b) have found a similar balance between 
barley (Hordeum vulgare) and naked wheats (Triticum aes-
tivum-durum) in the carpological analysis of the sediments 

of both archaeological areas (C003 and C006) attributed 
to Early Neolithic B, where the individual DH16-3-15C-4 
comes from. However, from the calculus analysis, we see a 
clear predominance of wheat (96.3%) over barley (3.7%). 
This predominance was observed in the MNA period, when 
barley seeds appear very scarcely in the archaeological area 
C003 (García-Rivero et al. 2019), and were not identified in 
the archaeological area C006 (García-Rivero et al. 2022b). 
In the calculus analysis of the individual DH17-6-Locus2-1 
this cereal was identified, although in less quantity (8.3%) 
than wheat (91.7%). In the MNB period, no barley seeds 
were identified in the archaeological area C003 (García-Riv-
ero et al. 2019), but in the archaeological area C006 there 

Fig. 4  Starch grains. A-F: Individual DH16-3-15C-4. A-B Triticum 
spp. (Poaceae, Triticeae) and Fabaceae-Fabeae (Vicia faba, Lathyrus 
spp. or, less probably, Lens culinaris); C Triticum spp. and Fagaceae 
(Quercus faginea or Q. suber, less probably Q. ilex); D Poaceae-Trit-
iceae (probably Triticum spp.); E Triticum spp.; F Poaceae-Triticeae 
(Hordeum spp. or Triticum spp.). G-L: Individual DH17-6-Locus 2. 
G Triticum spp. (probably T. aestivum); H Triticum spp. and Hor-
deum spp.; I Triticum spp. and Fabaceae-Fabeae (V. faba, Lathyrus 

spp. or L. culinaris) or, less probably, Fabeae-Cicereae (Cicer ari-
etinum); J Triticum spp. and Fagaceae (Q. faginea or Q. suber, less 
probably Q. ilex); K Triticum spp. and Fabaceae-Fabeae (V. faba, 
Lathyrus spp. or L. culinaris) or, less probably, Fabeae-Cicereae (C. 
arietinum); L Triticum spp. and Fabaceae-Fabeae (V. faba, Lathyrus 
spp. or L. culinaris). a) Triticum spp.; b) Fabaceae; c) Quercus spp.; 
d) Hordeum spp; 1) pore; 2) depressions; 3) hilum; 4) fissures. Scale 
bar = 20 μm
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is once again a clear predominance of wheat over barley 
(García-Rivero et al. 2022b). The individuals that we have 
from this period (MNB) were retrieved in the archaeologi-
cal area C004 from which there is still no archaeobotanical 
data, but assuming a likely similar behavior between the 
coeval stratigraphic levels the data obtained for the archaeo-
logical areas C003 and C006 can be used as a proxy. From 
the calculus analysis for these two individuals (DH19-4–74-
Flot.69.2 and DH19-4–74-Flot.71) we can see an increase of 
barley (45.5% and 42.9%) in relation to wheat, with a better 
balance between these two taxa.

In this context, it is relevant to mention that several 
authors (Alonso Martínez 2000; Zapata et al. 2004; Agro-
logia 2023) mentioned that wheat and barley were the first 
cereals cultivated in the Iberian Peninsula, already since the 
Early Neolithic, with the cultivation of rye (Secale cereale 
L.) and oat (Avena sativa L.) being quite later (Zapata et al. 
2004; Coleto Martínez et al. 2016). Regarding these two 
species, it should be noted that oats have compound starch 
grains and the grains of rye present a fissured, commonly 
star-shaped hilum which is not the case with wheat or barley 
(Gismondi et al. 2019; Monge Calleja et al. 2020).

Fabaceae‑Fabeae / Cicereae

After the Poaceae, Fabaceae (Leguminosae) is, certainly, 
the most important family in the feeding of humanity, their 
presence in the Iberian Peninsula being as ancient as that of 
cereals (Alonso Martínez 2000; Peña-Chocarro et al. 2018; 
Marinangeli 2020), and they were commonly cultivated 
together (Zapata et al. 2004; Peña-Chocarro et al. 2018; 
2016—Anno Internazionale dei Legumi 2023). From the 
point of view of human nutrition, pulses complement cere-
als in a harmonious and healthy way, because they are very 
rich in proteins and amino acids [and other nutrients, such 
as fiber, potassium, and iron (Marinangeli 2020)], so they 
were—and still are—used as a meat substitute. On the other 
hand, by fixing nitrogen, they fertilize the fields where they 
are grown (Alonso Martínez 2000).

Fabeae is its more relevant tribe, including such impor-
tant crops as broad-bean (Vicia faba L.), lentil (Lens culi-
naris L.), and pea (Pisum sativum L.). However, some other 
species, like grass-pea (Lathyrus sativus L.) and sweet-pea 
(Vicia sativa L.) are also edible. All of these taxa have a long 
history as foodstuffs, and have been consumed by human-
kind for thousands of years. It is worth noting that the starch 
of Fabaceae-Fabeae was founded in the dental calculus of 
all the individuals we studied (see Table 3 and Figs. 4A, B, 
K, L and 5B, F, J). The separation of the Fabeae species by 
the morphology of their starch grains is in general not easy, 
as there are more or less extensive overlaps between them. 
However, pea starch is an exception to this rule, because 

it presents grains of the compound type, that are absent in 
the other taxa. As for the other food species, some qualita-
tive [e.g., distinct/indistinct lamellae and hilum (Ahituv and 
Henry 2022)] and quantitative characters [length and width 
of the grains (personal data)] and ratios [length/width (per-
sonal data)], may, in some cases, be useful.

The tribe Cicereae includes chickpea (Cicer arietinum 
L.), another important pulse. The presence of chickpea 
starch in the tartar of individual DH17-6-Locus 2–1 should 
not be ruled out. It must be pointed out that some grains 
(Fig. 4K) present a somewhat bifid hilum, a common feature 
with, for example, lentil (Lens culinaris L.), although, given 
the available data in the literature, we consider it more likely 
to correspond to this species or to fava beans.

Bearing in mind the relevant morphological diversity of 
Fabaceae starch found in this work, we consider it likely 
that, associated with the margins of the cereal fields (wheat 
and barley) in the Dehesilla area, several pulse species were 
cultivated together, a condition previously noted, for the Ibe-
rian Peninsula, by several authors (e.g., Alonso Martínez 
2000; Zapata et al. 2004; Peña-Chocarro et al. 2013, 2018).

As already mentioned, Fabaceae starches were identified 
in the dental calculus of all the individuals under analysis 
and it looks like there was a slight increase over time (19.7% 
in DH16-3-15C-4, 23.8% in DH17-6-Locus 2–1, 20% in 
DH19-4–74-Flot.69.2 and 40% in DH19-4–74-Flot.71). 
From the archaeobotanical data available for Dehesilla 
cave, the presence of legumes in the ENB period from the 
archaeological area C003 is limited to one possible vetch 
(Lathyrus sp.) identified in the stratigraphic unit 15A, while 
in C006, two seeds of Fabaceae were identified. No leg-
umes were identified in stratigraphic unit 15C from where 
the individual DH16-3-15C-4 was recovered. In the MNA 
period, a fragment attributed to Vicia/Lathyrus was recog-
nized in the stratigraphic unit 14 of the archaeological area 
C003 (García-Rivero et al. 2019), but there is no record of 
Fabaceae in the MNA levels from archaeological area C006, 
namely in the sediment recovered from the stratigraphic unit 
Locus 2 (García-Rivero et al. 2020, 2022b), from where 
the individual DH17-6-Locus 2–1 comes from. This may 
result from the different use of both areas, while C006 was 
a unique funerary event, C003 seems to have served as a 
domestic space. For the MNB period, García-Rivero et al. 
(2019) only detected a faba bean seed in the archaeological 
area C003 and no legumes in C006, while from the cal-
culus analysis, the calculated percentages of the starches 
of Fabaceae were 20% (DH19-4–74-Flot.69.2) and 40% 
(DH19-4–74-Flot.72).

Fagaceae

The human consumption of acorns is quite ancient. In fact, 
acorns have been associated with archaeological finds since 
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the Mesolithic in Europe and the Mediterranean Basin, 
throughout much of the distribution area of the genus 
Quercus (Mason 1992).

Some starch grains of Quercus were identified in the 
dental calculus of individuals DH16-3-15C-4 (Fig. 4C) and 
DH17-6-Locus 2–1 (Fig. 4J). Its specific morphology (see 

Fig. 5  Starch grains. A-F: Individual DH19-4–74-Flot. 69.2. A Triti-
cum spp. (probably T. aestivum) treated with Lugol’s iodine, show-
ing a strong reaction; B Vicia faba or, less probably, Lens culinaris, 
treated with Lugol’s iodine, showing a strong reaction; C-E, F Lathy-
rus spp. (probably L. sativus) or Vicia faba. G-L: Individual DH19-4–

74-Flot. 71. G Triticum spp.; H-I Hordeum spp.; J Fabaceae; K Triti-
cum spp. (probably T. aestivum) treated with Lugol’s iodine, showing 
a mild reaction; L Triticum spp., less probably Hordeum spp., treated 
with Lugol’s iodine, showing a strong reaction; 3) hilum; 5) lamellae. 
Scale bar = 20 μm
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Table 3) suggests that they probably belong to the Portu-
guese oak (Q. faginea Lam. – Fig. 3B) or the cork oak (Q. 
suber L. – Fig. 3D) or, less probably, to the holm (or holy) 
oak [Q. ilex L. subsp. ballota (Desf.) Samp. – Fig. 3C], all 
of them present in the Cadiz province (Galiano 1987; Franco 
1990). The kermes oak (Q. coccifera L. – Fig. 3A), also pre-
sent in the Cadiz province, seems to be excluded. In fact, the 
sub-triangular shape observable in the referred individuals 
(Fig. 3B, D) is less frequent in the holm oak and, mainly, in 
Q. coccifera (Fig. 3A). Also, the dimensions of the starch 
grains of this last species are clearly larger than those of 
our reference collection. We consider this as a relevant new 
data for the archaeological excavations of the Dehesilla 
cave. From the pollen analysis García-Rivero et al. (2019) 
have found in their palynological analysis high percentages 
of pollen of Quercus ilex type in the ENB (38.9%-42.7%), 
with similar values in the MNA, and a pronounced decrease 
in the MNB (15.7–18%). This decreasing of Quercus over 
time, apparently is what we see from the dental calculus 
analysis, since Quercus starches were identified in low quan-
tities only in the dental calculus of the individuals from the 
ENB (DH16-3-15C-4: 3.28%) and MNA (DH17-6-Locus 
2–1: 0.6%).

Other structures

Pollen grains

The pollen grains found in DH17-6-Locus 2–1 undoubt-
edly belong to an Asteraceae, and, more precisely, to the 
tribe Gnaphalieae (Fig.  6A). Indeed, the pollen of the 
Anthemideae does not present caveae (Dimon 1971; Diez 
1987), that of Cynareae have larger dimensions and more 
robust spines (Dimon 1971; Diez 1987; Reille 1992) and, 
with the only exception of Scorzonera humilis the pollen 
of the Cichorieae present a very typical echinolophate pat-
tern of sculpture (Blackmore 1984; Diez 1987; Reille 1992). 
As for the Astereae, Senecioneae, Eupatorieae, Inuleae and 
Heliantheae s.l., the polar axis, equatorial diameter, and 
spines are larger (Dimon 1971; Diez 1987; Reille 1992; 
Pereira Coutinho 2002). It is important to emphasize that a 
considerable number of species of Gnaphalieae [belonging, 
for instance, to the genera Bombycilaena (DC.) Smoljan., 
Filago Loefl. ex L., Gnaphalium L., and Logfia Cass.] live 
associated with or bordering crop fields (Pereira Coutinho 
1939; Devesa 1987; Andrés-Sánchez et al. 2019), so, in this 
case, their presence in the dental calculus would probably be 
due to involuntary contamination of cereals with taxa of this 
tribe, excluding Helichrysum Mill. and Phagnalon Cass., 
which pollen spines are larger and less numerous (Dimon 
1971; Pereira Coutinho 2002). A less likely hypothesis is the 
intentional consumption of plants from this tribe for health 
reasons. In fact, some species of Gnaphalium are used in 

folk medicine, because they have applications such as expec-
torant, suppressor, or reliever of coughing or anti-inflam-
matory (Zheng et al. 2013). This would also explain their 
consumption and capture of the grains by the dental tartar.

García-Rivero et al. (2019) referred to the presence of 
a small number of pollen grains of Aster type (4–4.6%) in 
the MNA. This type corresponds to the Bellis annua type 
described by Díez (1987) that includes the genera of Gna-
phalieae above mentioned.

Fungal spores

It is worth noting that although the spore diversity in the 
Kingdom Fungi is huge, in all cases the spores found in the 
dental calculus of the studied individuals could be associ-
ated, with a relevant probability, with some graminicolous 
genera. In fact, the phaeodidimospores extracted from the 
individual DH19-4–74-Flot.69.2 could be associated with 
the genera Cladosporium Link (Perelló et al. 2003; Smith 
2000; Fungi of Great Britains and Ireland 2023) or Asper-
isporium Maubl (Fig. 6B). The hyaline, 4-septed phragmos-
pore that was found in the DH19-4–74-Flot.71 individual, 
could easily belong to Cochliobolus sativus (S. Ito & Kurib.) 
Drechsler ex Dastur, Pirenophora tritici-repentis (Died.) 
Drechsler (Benslimane 2015; Smith 2000; Rózewicz et al. 
2021) or Ustilago tritici (Pers.) C. N. Jensen, Kellerm. & 
Swingle [all infecting wheat (Benslimane 2015)] or Pire-
nophora teres Drechsler that infects barley (Herbario Virtual 
Fitopatología 2023) (Fig. 6C). Likewise, the presence of the 
hyaline, microreticulate, or microspinulate amerospore that 
was present in the same individual may, with good probabil-
ity, be associated with the crop-pathogenic genus Ustilago 
(Pers.) Roussel (Fig. 6D) (Kruse et al. 2018; Fungal Spores 
2023). Tilletia Tul. & C. Tul. could also be a good candidate, 
but its teliospores are larger [ca. 16–24 μm (Trione 1974; 
Pimentel et al. 2000; Župunski et al. 2012)] so this would be 
difficult unless the specimen photographed was quite imma-
ture, which is not probable. It is rather unlikely that this 
last type of spores belongs to Puccinia Pers., a genus that 
commonly infects wheat, causing rust. In fact, among their 
different types of spores, the aeciospores and urediniospores 
are similar in morphology, but not in size, while the oppo-
site is true for basidiospores (Smith 2000; Anikster et al. 
2005). All the aforementioned fungi constitute common crop 
pests that could easily be present in the cultivated fields of 
the Dehesilla region. It must be noted that at least part of 
the identified wheat grains, i.e., the larger, belong to the 
free-threshing species bread wheat (Triticum aestivum) or 
macaroni wheat (T. durum), which are more prone to fungal 
infections than the hulled-wheats einkorn (T. monococcum) 
and emmer (T. dicoccum), because the latter species, unlike 
the first two, retain their tough glumes associated with the 
caryopses when they are released, which gives them some 
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Fig. 6  A Individual DH17-6-Locus 2—Pollen grain of an Asteraceae-
Gnaphalieae; B Individual DH19-4–74-Flot. 69.2—Phaeodidimos-
pores of a fungus, possibly Cladosporium spp. or Asperisporium 
spp.; C-D Individual DH19-4–74-Flot. 71: C) Hyaloamerosporae of 

a fungus, probably Ustilago spp., less probably, Tilettia spp.; D—
Hyalophragmospore of a fungus, possibly Cochliobolus spp. or Pire-
nophora spp. Scale bar = 20 μm

Table 4  Quantitative comparison between the largest starch grains of modern samples of Hordeum vulgare, Triticum aestivum, and T. durum 

l = length of the grain; w = width of the grain

Species Statistical values (N = 25)

Hordeum vulgare l = 13.30–36.50 (23.70 ± 6.67) μm; w = 11.50–36.50 (19.93 ± 7.03) μm; l/w = 1.00–1.48 (1.22 ± 0.12)
Triticum aestivum l = 30.40–60.00 (44,73 ± 8.28) μm; w = 23.40–50.00 (38.45 ± 7.95) μm; l/w = 1.02–1.48 (1.17 ± 0.11)
T. durum l = 27.00–65.00 (46.26 ± 9.31) μm; w = 24.00–60.00 (38.66 ± 9.16) μm; l/w = 1.01–1.86 (1.22 ± 0.19)

Fig. 7  Cumulative bar chart 
with the percentages of wheat 
and barley in relation to the total 
number of Triticeae identified 
up to the genus
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Fig. 8  Cumulative bar chart 
with the percentages of Trit-
iceae, Fabaceae and Quercus in 
relation to the total number of 
identified starches

77
(n=47) 75.6 (n=127) 80 (n=12)

60
(n=9)

19.7 
(n=12)

23.8
(n=40)

20
(n=3)

40
(n=6)

3.28 (n=2) 0.6 (n=1) 0 0

0%

20%

40%

60%

80%

100%

DH16-3-15C-4 DH17-6-Locus 2-1 DH19-4-74-Flot.69.2 DH19-4-74-Flot71

% Quercus

% Fabaceae

% Tri�ceae



Archaeological and Anthropological Sciences (2024) 16:62 Page 13 of 16 62

protection against fungal attacks (Nesbitt and Samuel 1996; 
Curzon et al. 2021).

Dental calculus analysis represents direct evidence of 
feeding behavior. Besides assisting in the paleoenviron-
ment reconstruction, it also allows for a glimpse of past 
individual dietary habits, however, its interpretation is not 
straightforward. Several aspects must be pondered. First, 
with this technique only starchy foods can be identified so 
we are far from scrutinizing the entire diet; secondly, we 
should be aware that not all starchy foods are trapped in 
dental calculus, therefore the use of proportions must be 
interpreted with caution, the reason why there are research-
ers, such as D’Agostino et al. (2022) that consider dental 
calculus analysis as a qualitative method; and lastly, another 
important issue to be considered is that it is not possible to 
determine when dental calculus deposits were formed, there 
is great variability in respect to its formation and composi-
tion among individuals (Dobney and Brothwell 1988; Henry 
and Piperno 2008; D’Agostino et al. 2022).

Our study is a preliminary analysis, given the small sam-
ple size, however, some important aspects are emerging. 
Our data shows that wheat and barley were available in the 
Dehesilla cave in the Neolithic period, which is in accord-
ance with the archaeobotanical date for this site (García-
Rivero et al. 2019, 2022b). Assuming that these proportions 
observed are reliable, apparently, the diet of the individuals 
from the ENB and MNA periods had a strong emphasis on 
wheat, the predominant cereal consumed, but the relative 
importance of this cereal seems to decrease in the MNB 
period, in which there is an increase in the consumption 
of barley towards more balanced levels. This could be 
explained by a greater availability of wheat over barley in 
the surroundings of Dehesilla cave, in the ENB and MNA, 
however the results obtained from the archaeobotanical 
analysis points to balance between wheat and barley in the 
ENB, which means that the much higher proportion of wheat 
observed in the individual dated from the ENB may reflect 
an individual consumption preference or a differential access 
to these cereals, or in fact the individual consumed both 
cereals in similar proportions but barley starches were not 
trapped in dental calculus deposits. The archaeobotanical 
analysis (García-Rivero et al. 2019, 2022b) shows a notable 
predominance of wheat over barley in MNA the archaeologi-
cal area C003, which is in accordance with our results, but 
no barley in the archaeological area C006, what, as previ-
ously mentioned, most probably results from the fact that 
Locus 2, in archaeological C006, was an intentional deposi-
tion of two crania associated to a juvenile sheep/goat skel-
eton with ritual purposes (García-Rivero et al. 2020) and not 
a residence area. Nevertheless, our results for MNB period 
slightly disagree with the archaeobotanical data, since for 
the archaeological area C003 no barley seeds were identi-
fied in MNB, and a predominance of wheat over barley is 

observed in the archaeological area C006 for this period 
(García-Rivero et al. 2022b), while dental calculus analysis 
denote a significant increase in barley consumption when 
compared to the individuals from the ENB and MNA, with 
a balance between wheat and barley. Personal choices seem 
to be the most plausible explanation, since it looks like there 
was no differential access to both cereals, as they appear in 
similar proportions in dental calculus, and the possibility 
that the individuals DH19-4–74-Flot.69.2 and DH19-4–74-
Flot.71were actually consuming more wheat, whose starch 
grains for some reason were not retained in dental calculus, 
loses strength since we have two individuals with the same 
behavior. However, it should be noted that in C003, imme-
diately after MNB period, there is a part of the stratigraphic 
sequence dating from the transition between MNB and LN 
(Late Neolithic) where barley is represented with the same 
ubiquity of wheat. Also, it must be noted that the analyzed 
individuals DH19-4–74-Flot.69.2 and DH19-4–74-Flot.71 
come from a part of the stratigraphic sequence of C004 area 
dated from MNA-MNB, not exclusively MNB. The MNB 
period is currently the most difficult Neolithic period to define 
in terms not only of radiocarbon dating but also of material 
culture, as has been noted previously (García-Rivero et al. 
2022a). We hope that the expected archaeobotanical data from 
the archaeological area C004, where these two individuals 
come from, may shed new light on this issue soon.

Cereals were indeed a very important component of the 
diet of these individuals, but the consumption of vegetables 
was also relevant and apparently much more so than antici-
pated by the archaeobotanical studies. While García-Rivero 
et al. (2022b) refers to the presence of few seeds or none in the 
different stratigraphic levels analyzed on C006 area, Fabaceae 
starches were recognized in the dental calculus of all the indi-
viduals, in orders of magnitude from approximately 20% to 
40% in the MNB. This fact was better documented in MNB 
period of C003 area, where other botanical specimens (fruits, 
weeds, and legumes) were predominant over cereals, but, in 
any case, highlights the importance of dental calculus analysis 
as a complement to archaeobotanical research. In fact, we 
have observed less total starch grains in the MNB, which can 
be justified by a higher proportion of fruits in the diet, in line 
with the results obtained by the archaeobotanical analysis that 
points to a significant increase in fruits (García-Rivero et al. 
2022b) like wild apples [Malus sylvestris (L.) Mill. (Aedo 
et al. 1998)], plums [e.g., Prunus insititia L. (Blanca and 
Díaz de la Guardia 1998)] and grape vines [Vitis vinifera L. 
(Morales and Ocete 1998)], which have little or no starch.

Apparently, acorns were consumed only in the ENB 
and MNA, whereas in the MNB no Quercus starches were 
identified. This may be explained by the forest decline 
observed for this period related to animal grazing activi-
ties, as well as to the transition from an intensive to an 
extensive farming system (García-Rivero et al. 2019).
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Conclusions

Our results largely agree with those obtained by other 
authors for the Dehesilla Cave. Namely, the presence of 
Poaceae-Triticeae (Triticum, Hordeum) starch grains. The 
presence of Fabaceae is however higher than anticipated 
by the archaeobotanical analysis for this site and the exist-
ence of Quercus starch grains in the dental calculus of 
the individuals is a new data, that demonstrates, for the 
first time, the consumption of acorns by the inhabitants of 
Dehesilla cave. By its turn, the identification of the pollen 
grains and fungal spores contained in the dental calculus 
are congruent with the existence of cultivated areas of 
cereals near the Dehesilla Cave.
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