
1

Vol.:(0123456789)

Scientific Reports |         (2022) 12:3111  | https://doi.org/10.1038/s41598-022-07239-8

www.nature.com/scientificreports

Temporal and spatial variability 
of prehistoric aquatic resource 
procurement: a case study 
from Mesolithic Northern Iberia
Stefania Milano1,2*, Bernd R. Schöne3, Manuel R. González‑Morales4 & 
Igor Gutiérrez‑Zugasti4

Prehistoric shell middens hold valuable evidence of past human–environment interactions. In this 
study, we used carbon (δ13C) and oxygen (δ18O) stable isotopes of Mytilus galloprovincialis shells 
excavated from El Perro, La Fragua and La Chora, three Mesolithic middens in Cantabria, Northern 
Spain, to examine hunter‑gatherer subsistence strategies in terms of seasonality and collection areas. 
Furthermore, we used shell δ18O to reconstruct water temperature during the early Holocene. Stable 
isotopes reveal a shellfish harvesting diversification trend represented by the gradual establishment of 
the upper estuaries as new procurement areas and an increase of harvesting mobility in both coastal 
and in‑land sites. These innovations in subsistence strategies during the Mesolithic coincided with 
major changes in the surrounding environment as attested by the water temperature reconstructions 
based on δ18O and backed by several global and regional records. Overall, our results show that 
shell δ13C and δ18O stable isotopes have an underexplored potential as provenance proxies which 
stimulates their application to the archaeological record to further understand prehistoric human 
resource procurement and diet.

Humans have been gathering shellfish for more than 150,000  years1. Mainly used as food resources, personal 
ornaments and tools, shell remains were accumulated in large quantities, and numerous ‘shell middens’ started to 
appear worldwide. Especially from the Middle Palaeolithic onwards, hunter-gatherer populations have increased 
their reliance on coastal environments, with a gradually more systematic use of marine  resources2–4. These coastal 
adaptations represent a major change in the behavioural evolution of different hominin species and, besides the 
increase in dietary breadth, they involve settlement expansion (e.g. on offshore islands) and specific technological 
development (e.g. fishing nets, boats and other specialized maritime tools)5. In Atlantic Europe, the last hunter-
fisher-gatherer societies of the Mesolithic, largely relied on marine resources, generating the usually called ‘shell 
middens’, a type of site where shells are the dominant component, although remains from other aquatic and 
terrestrial food resources and human activities are also present. The Mesolithic was a period of great geographi-
cal variability and high sociocultural diversity, but in general, coastal societies were characterized by diversified 
diets and reduced regional  mobility6.

Marine organisms, although poor in caloric intake, are enriched in ‘brain-selective nutrients’, critical com-
pounds for the development and maintenance of brain  tissues7. For this reason, it has been argued the diversified 
diet associated to the coastal environments might have been related to an increase of individual fitness, cognitive 
and cultural complexity as well as population  growth8. For decades, the importance of coasts as prehistoric settle-
ment locations and migratory corridors has been underestimated but recent studies have confirmed these habitats 
played a crucial role in the evolutionary trajectories of human  species9–12. Although methodological advance-
ments brought interest to this subject, coastal human–environment interactions are still not fully elucidated.

Archaeological mollusc remains offer a unique opportunity to fill this knowledge gap, although a wide range 
of zooarchaeological remains (e.g. including terrestrial species) needs to be studied to obtain a comprehensive 
knowledge on composition of ancient human  diets13,14. Due to their exceptional material properties, similar to 
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aquatic vertebrate hard tissues, shells tend to survive in the archaeological contexts, allowing detailed analy-
ses of their use by human populations through  time15,16. Furthermore, the geochemical composition of the 
shell carbonates (aragonite and/or calcite) can be used to infer the environmental conditions occurring at the 
time of mollusc growth, which in turn is useful to understand past settlement  patterns17,18. This information is 
derived from the shell δ18O, whose incorporation mainly depends on the surrounding sea water temperatures 
(SSTs) occurring at the time of deposition, allowing δ18O to be an accurate sub-seasonal  palaeothermometer19,20. 
According to the last temperature recorded by the mollusc in the shell ventral margin, it is possible to seasonally 
contextualize the collection  event18,21.

In this study, the geochemical compositions of Mytilus galloprovincialis Lamarck, 1819 (Mediterranean mus-
sel) shells excavated from the Mesolithic middens of El Perro, La Fragua and La Chora in Northern Spain (Fig. 1) 
were used to reconstruct collection patterns and local water palaeotemperatures. Previous studies focused on 
the δ18O variability as tool to investigate shellfish collection  habitats22. However, the present work represents 
the first attempt to use both oxygen and carbon stable isotopes to understand prehistoric marine resource 
exploitation on both temporal spatial scale. Based on previous results on modern  specimens23, the correlation 
between δ18O and carbon stable isotopes (δ13C) was used to discriminate the provenance of the shells between 
open coast (r = − 0.27), lower (r = − 0.13) and upper estuarine habitats (r = 0.56). In all, the proposed approach 
has the potential to expand the use of existing proxies to further interpret prehistoric hunter-gatherer relation-
ships with their surroundings, throwing light on key aspects of the evolution of our species’ foraging practises.

Results
Radiocarbon dating (14C). The dates obtained by the radiocarbon analysis on two M. galloprovincialis 
from El Perro (level 1.5) indicated an age range between 11,340 and 10,650 cal BP (2-σ error; Table S1). The 
results are in agreement with the Patella vulgata data from level 1.4 (11,170–10,560 cal BP 2-σ error; Table S1). 
The two specimens from La Fragua (levels 1.1 and 1.4) indicated an age range between 8250 and 7700 cal BP (2-σ 
error; Table S1). The two M. galloprovincialis from La Chora (level 103 and 104) indicated an age range between 
8170 and 7800 cal BP (2-σ error; Table S1).

Harvesting location and seasonality. Variability of the δ13C–δ18O correlation coefficients was observed 
in all three archaeological sites (Table  S2). Based on the similarity with their modern counterpart (Fig.  S1), 
each shell was assigned to a specific provenance habitat. The 95% confidence intervals (CI) of the correlation 
coefficients of modern specimens from fully marine (− 0.41 ≤ r ≤ − 0.12), lower estuarine (− 0.08 ≤ r ≤ 0.33) and 
upper estuarine habitats (0.40 ≤ r ≤ 0.69) were used as reference for the classification (Fig. S1). Nine shells showed 
extremely negative and positive correlations, with r values outside the CI limits. Presumably secondary environ-
mental conditions occurring during shell deposition and entangled in the geochemical carbonate composition 

Figure 1.  Location of the three studied archaeological shell middens (El Perro, La Fragua and La Chora) in 
the Asón River basin, in Cantabria, Northern Spain. Map produced using ArcMap 10.6 (ESRI, https:// www. 
esri. com/ en- us/ arcgis/ produ cts/ arcgis- deskt op/ resou rces) using the DTM25 cartography as base for the Digital 
Terrain Model (DTM), scale 1:25,000 with ETRS89 reference system of the National Geographic Institute of 
Spain.

https://www.esri.com/en-us/arcgis/products/arcgis-desktop/resources
https://www.esri.com/en-us/arcgis/products/arcgis-desktop/resources
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could have triggered such values. However, even if these variables could not be identified, correlations with r < − 
0.41 and r > 0.69 were respectively assigned to open coast and upper estuary based on the negative-to-positive 
correlation gradient observed in our calibration  study23.

Eight out of the 10 shells excavated from El Perro (80%) were assigned to the open coast and two were 
assigned to the lower estuary (20%; Fig. 2). Among the 13 shells excavated from La Fragua, seven (54%) were 
assigned to the open coast, four (31%) were assigned to the lower estuary and two (15%) were assigned to the 
upper estuary (Fig. 2). Among the 11 shells excavated from La Chora, three (27%) were assigned to the open 
coast, two (18%) were assigned to the lower estuary, five (45%) were assigned to the upper estuary and one was of 
unknown location (Fig. 2). Classification to unknown harvesting location for shell 1688 resulted from the specific 
correlation coefficient (r = − 0.11) laying between the coastal and lower estuary confidence intervals. Therefore, 
its provenance could not be robustly defined. By using the archaeological shells with longer isotope sequences as 
baseline at each site and the quartile method, the season of harvesting was defined (Table S2). All the shells from 
El Perro (Fig. 3) were harvested during autumn (30%; n = 3) and winter (70%; n = 7). At La Fragua, the collection 
happened during different seasons: 54% of the shells (n = 7) were harvested during winter and 15% (n = 2) during 
each of the other three seasons (Fig. 3). The shells from La Chora were collected mostly in winter (82%, n = 8) 
but to a lesser degree also during autumn (18%, n = 2) and spring (9%; n = 1). When using only shells harvested 
from the open coast as baseline and excluding the estuarine specimens, seasonality results do not vary with one 
exception at La Chora (shell 1491) which would appear harvested in winter instead of autumn.

By combining provenance and collection seasonality results, our data show that at El Perro the mussels 
harvested at the open coast were collected mostly in winter (63%) and autumn (38%) and those from the lower 
estuary were all collected in winter (Fig. 3). Overall, the collection occurred in a relatively defined radius from 
the site (Fig. 4). At La Fragua instead, the radius of collection increased including all procurement areas (Fig. 4). 
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Figure 2.  Provenance of the archaeological shells reconstructed using the oxygen and carbon stable isotope 
correlation obtained by sequential shell sub-sampling.

Figure 3.  M. galloprovincialis harvesting seasonality and location in the three archaeological sites.
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Mussels from the open coast were collected mainly in winter (60%) and at a lesser degree during the other three 
seasons (40% in spring and 20% in summer and autumn; Fig. 3). The one coastal specimen collected in autumn 
belonged to unit 1.4, representing therefore a different collection event than the rest of the shells, from unit 1.1 
(Fig. 4). Likewise, in the lower estuarine habitat, shellfish gathering occurred mainly during winter and autumn 
(50% and 25%, respectively) but also in summer (25%). Here, half of the specimens, collected in autumn and 
winter, were retrieved from unit 1.4 (Fig. 4). Collection in the upper estuary was recorded only in winter (Fig. 3). 
At La Chora, all the open coast mussels were harvested during winter and most of them were retrieved from unit 
104 (Figs. 3, 4). Half of the mussels from lower estuarine habitats were harvested in winter and half in spring. 
Also, the shells from the upper estuary were collected during autumn and winter (40% and 60%, respectively).

Palaeotemperature reconstruction. The SSTs recorded by the M. galloprovincialis specimens from El 
Perro ranged from 12.7 ± 0.5 to 21.6 ± 0.4 °C, with an average of 18.5 ± 0.6 °C (Fig. 5). When only shells harvested 
from the open coast were used in the calculation, the SSTs were ranging from 12.6 ± 0.6 to 21.8 ± 0.3 °C, with 
an average of 18.7 ± 0.4 °C. At La Fragua, the SSTs ranged from 13.1 ± 0.6 to 23.1 ± 0.9 °C, with an average of 
17.5 ± 1.1 °C (Fig. 5). When only shells harvested from the open coast were used in the calculation, the SSTs were 
ranging from 13.3 ± 0.6 to 23.4 ± 0.8 °C, with an average of 18.2 ± 1.0 °C. The shells from La Chora recorded SSTs 
ranging from 12.4 ± 0.8 to 22.2 ± 1.0 °C, with an average of 17.0 ± 1.0 °C (Fig. 5). When only specimens harvested 
from the open coast were used in the calculation, the SSTs were ranging from 12.4 ± 0.8 to 22.8 ± 1.1 °C, with an 
average of 17.8 ± 0.8 °C. As modern reference, specimens collected from Berria Beach and previously analysed 
by Milano et al. (2020) showed a SST range between 12.7 ± 0.7 and 21.4 ± 1.2 °C, with an average of 16.8 ± 0.4 °C 
(Fig. 5)23. The SST reconstructions using as baseline specimens from all habitats were not statistically different 
than the reconstructions based on open coast specimens only (t-test, p = 0.87).

A statistical difference was found between the average SST in El Perro and Berria Beach (p = 0.004; Fig. 5b). 
Furthermore, statistical differences were also found between the maximum SSTs in El Perro and La Fragua 
(p = 0.016) and between La Fragua and Berria Beach (p = 0.026; Fig. 5c).

Figure 4.  Delineative collection radius at the studied archaeological sites. The centre of each graph is the 
location of the shell midden. The concentric lines represent the different collection areas with a relative measure 
of distance from the site itself, from 1 (closest) to 3 (farthest). In El Perro and La Fragua 1 = open coast, 2 = lower 
estuary, 3 = upper estuary. In La Chora: 1 = upper estuary, 2 = lower estuary, 3 = open coast. The triangles indicate 
shells excavated from different units within the site (i.e. 1.4 in La Fragua and 104 in La Chora).

Figure 5.  Sea surface temperature (SST) reconstruction using M. galloprovincialis shells from the three 
archaeological sites using δ18Os as palaeothermometer. Reconstructed (a) minimum, (b) average and (c) 
maximum water temperatures. Shells collected from Berria Beach and previously analysed by Milano et al.23 
were used as modern comparison. Significant differences (p < 0.05) are given in the graphs. Black circles identify 
the outliers, data points laying outside 1.5 times the interquartile range (defined by box whiskers).
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Discussion
The territory of northern Spain contains a very rich Upper Palaeolithic and Mesolithic archaeological  record24,25. 
Coastal resources have been identified in many Upper Palaeolithic cave sites such as the renowned site of 
 Altamira26,27. However, the formation of huge shell middens is mostly a Mesolithic phenomenon linked to a 
process of intensification in the use of coastal  resources28–30. The three Cantabrian shell middens considered in 
this study are chronologically placed during the Early Holocene. Their detailed descriptions are given in the Sup-
plementary Information (Figs. S2–S7, Tables S3–S5). El Perro and La Fragua were occupied during two different 
time windows: from ca. 11,340 to 10,650 cal BP (El Perro), corresponding to the Azilian-Mesolithic transition in 
the region (although Level 1 from El Perro has been culturally assigned to the Mesolithic) and from ca. 8250 to 
7700 cal BP (La Fragua), corresponding to a more advanced phase of the  Mesolithic31. These sites are ca. 800 m 
from each other and today they are situated along the coastline, but during their respective occupations El Perro 
was about 6–7 km and La Fragua about 0.5–1.5 km away from the  coastline32. In fact, in good agreement with the 
Early Holocene global warming trend, the Cantabrian coastline between 12,000 and 7,800 cal BP was subjected 
to different transgression and regression events associated with a sea level rise from − 50 to − 7  m33,34. Differently, 
the records of La Fragua and La Chora encompass the same time period in two spatially different localities, ca. 
12 km away from each other, with La Chora being the most in-land site.

Our results indicate that shell collection patterns changed considerably among the two different time intervals 
and the three locations. This observation is in line with a general trend detectable in all the Cantabrian region. 
During Late Magdalenian and Azilian (16,300–10,800 cal BP) coastal diet appeared largely specialized with few 
very abundant shellfish species such as the limpet Patella vulgata and the periwinkle Littorina littorea. Whereas 
bivalves, such as mussels and oysters, displayed an extremely limited contribution. However, during the Meso-
lithic (10,800–6,800 cal BP), the exploitation pattern changed dramatically and it became more  diversified28,35,36. 
In our study, such diversification was especially perceptible in terms of procurement areas and collection radius. 
The shells from El Perro were mostly collected along the open coast, with some exceptions collected in the lower 
estuary. These two areas might have been the closest and most easily accessible from El Perro. At La Fragua, 
instead, for the first time the collection also occurred in the upper estuary, which likely represented the most 
distant habitat from the site. Similarly, at La Chora, some mussels were harvested from the nearby upper estu-
ary but both lower estuary and open coast were used too. Previous studies on Mesolithic shell midden sites in 
the region have identified a radius of shell collection of 4–5 km from the  sites37,38. Although the exact coastline 
configuration during the early Holocene is not well known, our data indicate that the radius may have been 
larger than that, taking into account the modern and estimated distances of the sites from the collection areas.

Furthermore, at El Perro, shellfish harvesting occurred exclusively during autumn and winter. This temporal 
selectivity in the resource procurement was previously observed for gastropod species in other nearby shell 
 middens39,40. In this geographical context, it has been previously hypothesized that the use of coastal settlements 
was strictly seasonal and limited to the cold  periods39,41. However, other researchers suggested that these sites 
were potentially also inhabited during the warmer phases based on the evidence of hunting at late spring and early 
 summer42. In that case, the temporally constrained consumption of shellfish may be related to the availability of 
other resources comprised in the hunter-gatherer  diets43. Our data showed that, during the older collection event 
in La Fragua (unit 1.4) the shells were collected in autumn and winter, similarly to El Perro. However, during 
the more recent event (unit 1.1) they were collected in winter, spring and summer. In La Chora, the older col-
lection event (unit 104) was characterized by only winter collection, whereas spring and autumn were identified 
in the later collection event. Therefore, irrespective of the site location, our data showed that, although autumn 
and winter remain the preferred harvesting periods, at La Fragua and La Chora there was evidence of collection 
during warmer periods too.

When combining both temporal and spatial perspectives, our data revealed that at El Perro the collection 
was limited to the open coast and lower estuary areas and to the autumn–winter months. The same applies to the 
earliest collection event in La Fragua too. However, in the more recent collection event, the harvesting mobility 
during winter increased, including the upper estuary area. On the other hand, the evidence of mussel harvest-
ing during warmer periods is spatially associated to the nearby open coast and lower estuary. At La Chora, the 
mobility was generally high, but harvesting was mainly constrained to autumn and winter.

The observed exploitation of the upper estuaries as new procurement areas coincided with drastic envi-
ronmental changes emerged as consequences of the overall climate warming  trend44. Although minimum and 
average SSTs were similar, increasing maximum temperatures were observed in our stable isotope reconstruc-
tions, in particular between El Perro and La Fragua. Although the intervals of the radiocarbon dates indicate 
that La Fragua and La Chora might have been occupied during the 8.2 ka event, the reconstructed temperatures 
suggested that they might have been occupied after the cold event. In general, this trend is in agreement with 
previous reconstructions using sedimentary cores from the Bay of Biscay identifying the period between 8200 
and 7400 cal BP as a warm anomaly possibly related to greater intensity of the North Atlantic Current, and 
in particular of the North Atlantic subpolar  gyre45,46. Furthermore, changed atmospheric circulation induced 
increased precipitation triggering the replacement of tundra habitats with deciduous forests similar to modern 
 ones44,47. Importantly, the analysis of foraminiferal assemblages showed the first appearance of the current estu-
aries around 8900 cal  BP48. Although the sediment constant remodelling challenges the understanding of how 
riverine discharge rates developed and how the estuary and coastline formed over  time49,50, our results indicate 
that local hunter-gatherers were relying on the newly-formed habitats for their subsistence. Evidence of estua-
rine shellfish species was also observed in other Late Mesolithic middens in Northern Iberia (e.g. Pico Ramos, 
Arenillas, La Trecha, and San Antonio), and Portugal (e.g. Cabeço da Amoreira, Cabeço da Arruda), confirming 
the increase in the estuarine  exploitation28,37,50,51.
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Overall, our data and interpretation suggest two main conclusions. First, across the studied period the estua-
rine habitats represented new areas for the local hunter-fisher-gatherer populations to explore and collect shell-
fish. As a consequence, a gradual change in mobility patterns, with displacements to more distant collection 
areas (upper estuary), is related to shellfish procurement occurred in La Fragua. For the in-land site of La Chora, 
mobility patterns were mainly related to movements toward the lower estuary and open coast, implying estimated 
displacements for dietary purposes of ca. 12–14 km from the site. The collection in the open coast from La Chora 
is also validated by the presence in the archaeological record of Patella depressa, Phorcus lineatus and specially 
Patella ulyssiponensis, all species inhabiting very exposed shores (unpublished data).

Secondly, mussel collection, in particular when it involved longer distance movements, was a quasi-exclusive 
autumn–winter phenomenon. Although we found evidence of shellfish harvesting during other periods, this was 
restricted to La Fragua second collection event and was spatially limited to the surrounding areas. This trend 
might be related to the higher meat yield of mussels in winter than other seasons, potentially triggering the target-
ing of wider areas for their collection. A study on the reproductive cycle of M. galloprovincialis in Northern Spain 
is in line with our hypothesis, showing that gametogenesis (when the gonads are larger, and the meat yield is at its 
best) occurs in winter, while spawning in spring and  summer52. This behaviour of shellfish collection at the time 
of higher meat yields has been also recorded for the topshell P. lineatus in the Mesolithic of Northern  Spain53.

Finally, our study has shown the potential of combined seasonality and provenance analysis in order to 
provide detailed information on the subsistence strategies related to the use of aquatic resources. In combina-
tion with further zooarchaeological data, this approach can be crucial in understanding settlement patterns and 
mobility of prehistoric populations.

Methods
Radiocarbon dating (14C). To estimate the age of three studied sites, several shells were radiocarbon dated. 
Two M. galloprovincialis from El Perro (43.44044935660 N, − 3.43565684231 W; level 1.5) were dated and used 
for isotope analysis (PR_8 and PR_9). In addition, two Patella vulgata shells from level 1.4 were radiocarbon 
dated. Two M. galloprovincialis shells from La Fragua (43.44574848190 N, − 3.42729117685 W; FR_1.1_2_2_1 
and FR_1.4_3_1) and two from La Chora (43.34660688440 N, − 3.50114274760 W; Ch_1548 and Ch_1688), 
were dated using radiocarbon and milled for water temperature reconstruction. The age calibration was obtained 
using the marine calibration curve Marine20 in Oxcal 4.4 with a ΔR of − 290 ± 25, which was recalculated follow-
ing the method established by Soares et al.54.

Shell preparation. A total of 34 archaeological M. galloprovincialis were selected from the Mesolithic shell 
middens of El Perro (Unit 1.5; n = 10), La Fragua (Units 1.1 and 1.4; n = 13) and La Chora (Units 103 and 104; 
n = 11). Along the axis of the maximum growth of each shell, a layer of JB KWIK epoxy resin was applied. After 
drying, from each shell, a section of about 2.5 mm was cut using an IsoMet Low Speed Precision Cutter and it 
was mounted on a microscope slide. Shell exposed surface was ground on Buehler silicon carbide papers of dif-
ferent grit size (600, 1200, 2500, 4000) and it was polished on a Buehler VerduTex cloth with a 3 μm diamond 
suspension. A total of 622 carbonate samples were micromilled using a 300 µm-diameter conical bit (Komet/
Gebr. Brasseler GmbH & Co. KG, model no. H52 104 003) mounted on a Rexim Minimo drill. At each site, four 
shells were sampled for water temperature reconstruction by microdrilling about 30 sequential calcite samples 
along the  growth axis (Table S1). The rest of the shells were sampled for collection seasonality by microdrilling 
about 10 sequential calcite samples from each specimen (Table S1). The average distance between the individual 
craters was about 300 µm.

Stable isotope analyses. The stable isotope analyses of the samples from El Perro and La Fragua (n = 432) 
were conducted at the University of Mainz using a ThermoFisher MAT 253 gas source isotope ratio mass spec-
trometer (CF-IRMS) coupled to a GasBench II. The carbonates were digested in He-flushed borosilicate exetain-
ers at 72 °C using a water-free phosphoric acid and the released  CO2 was measured against NBS-19 calibrated 
Carrara Marble (δ13C =  + 2.01 ‰; δ18O =  − 1.91 ‰) distributed by IVA Analysentechnik GmbH & Co. KG. The 
average precision error (1σ; computed from eight injections per sample) was better than 0.05‰ for δ18O and 
0.03 ‰ for δ13C, and the long-term accuracy based on blindly measured NBS-19 samples (N = 421) was better 
than 0.04 ‰ for δ18O and 0.03 ‰ for δ13C. The stable isotope analyses of the samples from La Chora (n = 190) 
were conducted at the Department of Human Evolution in the Max Planck Institute for Evolutionary Anthro-
pology. Here, the carbonates were digested at 70 °C using a water-free phosphoric acid and a Kiel IV automated 
carbonate preparation device and the  CO2 was measured with a ThermoFisher MAT 253 Plus CF-IRMS. The 
carbonate data were calibrated against an IAEA-603 calibrated Carrara marble (δ13C =  + 1.87 ‰; δ18O =  − 1.64 
‰). Here, the average precision error (1σ; computed from eight measurements per sample) was better than 
0.05‰ for δ18O and 0.03 ‰ for δ13C, and the long-term accuracy based on blindly measured IAEA-603 samples 
(N = 268) was better than 0.05 ‰ for δ18O and 0.03 ‰ for δ13C. All carbonate results were reported in per mil 
(‰) relative to the Vienna Pee-Dee Belemnite (VPDB) standard.

Provenance, palaeotemperature and collection seasonality statistics. Shellfish provenance was 
determined by examining the relationship between δ13C and δ18O of the sequentially drilled carbonate samples 
from each shell. The strength and direction of the δ13C–δ18O relationships of the archaeological carbonates were 
compared to the reference dataset based on modern mussels and published by Milano et al.23. In this study, cor-
relations were shown to have a geographical gradient from negative in shells grown in fully marine conditions 
(r = − 0.27) to positive in upper estuarine habitats (r = 0.56) Shells from the lower estuarine area showed weak 
correlations (r = 0.13). Here, Fisher z-transformations were used to calculate the 95%confidence intervals for 
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each of the three modern correlation coefficients. Subsequently, the harvesting location of the archaeological 
shells was determined based on which confidence interval their coefficients would lie within (Fig. S1). At each 
site, the harvesting season was determined using as a baseline the δ18O range of the archaeological shells subsam-
pled for SST reconstruction, which was divided into quartiles. Each quartile represented one of the four seasons. 
According to which quartile the shell edge δ18O values would fall in, the season of collection was determined. 
Furthermore, for each shell, the isotope trend of the last ten data points preceding the shell edge was used to 
confirm the season assignment.

For the SST reconstruction, shell δ18O values were converted into water temperatures using calcite fractiona-
tion equations by Friedman and O’Neil (1977):

where α is the water-calcite fractionation factor and T is the temperature recorded (expressed in Kelvin) and 
δ18Ow is the isotopic ratio of the water. The archaeological δ18Ow was estimated starting from the modern value 
(0.9‰). The estimation implied a further calculation of the sea level at the time of the site  occupation32 and a 
multiplication by a specific correction factor (0.011 ‰)55. Minimum, average and maximum SSTs were computed 
as averages (and standard deviations) of the respective values measured in the single shells within each site. 
ANOVA followed by pairwise t-tests were used to assess potential SST changes through time. All the statistical 
analyses were executed using the R 4.1.2 software (https:// www.R- proje ct. org/)56.

Received: 29 October 2021; Accepted: 15 February 2022

References
 1. Marean, C. W. et al. Early human use of marine resources and pigment in South Africa during the Middle Pleistocene. Nature 449, 

906–909 (2007).
 2. Ramos, J. et al. Marine resources exploitation by Palaeolithic hunter-fisher-gatherers and Neolithic tribal societies in the historical 

region of the Strait of Gibraltar. Quat. Int. 239, 104–113 (2011).
 3. Szabó, K. & Amesbury, J. R. Molluscs in a world of islands: The use of shellfish as a food resource in the tropical island Asia-Pacific 

region. Quat. Int. 239, 8–18 (2011).
 4. Colonese, A. C. et al. Marine mollusc exploitation in Mediterranean prehistory: An overview. Quat. Int. 239, 86–103 (2011).
 5. Erlandson, J. M. & Fitzpatrick, S. M. Oceans, islands, and coasts: Current perspectives on the role of the sea in human prehistory. 

J. Isl. Coast. Archaeol. 1, 5–32 (2006).
 6. Bailey, G. N. Mesolithic Europe: Overview and new problems. In Mesolithic Europe (eds Bailey, G. N. & Spikins, P.) 357–371 

(Cambridge University Press, 2008).
 7. Kyriacou, K., Blackhurst, D. M., Parkington, J. E. & Marais, A. D. Marine and terrestrial foods as a source of brain-selective nutrients 

for early modern humans in the southwestern Cape, South Africa. J. Hum. Evol. 97, 86–96 (2016).
 8. Will, M., Kandel, A. W., Kyriacou, K. & Conard, N. J. An evolutionary perspective on coastal adaptations by modern humans 

during the Middle Stone Age of Africa. Quat. Int. 404, 68–86 (2016).
 9. Bailey, G. World prehistory from the margins: The role of coastlines in human evolution. J. Interdiscip. Stud. 1, 39–50 (2004).
 10. Erlandson, J. M. The archaeology of aquatic adaptations: Paradigm for a new millennium. J. Archaeol. Res. 9, 287–350 (2001).
 11. Erlandson, J. M. & Braje, T. J. Coasting out of Africa: The potential of mangrove forests and marine habitats to facilitate human 

coastal expansion via the Southern Dispersal Route. Quat. Int. 382, 31–41 (2015).
 12. Flemming, N. C. Global experience in locating submerged prehistoric sites and their relevance to research on the american con-

tinental shelves. J. Isl. Coast. Archaeol. https:// doi. org/ 10. 1080/ 15564 894. 2020. 17817 12 (2020).
 13. Andrus, C. F. T. Shell midden sclerochronology. Quat. Sci. Rev. 30, 2892–2905 (2011).
 14. Jones, J. R., Marín-Arroyo, A. B., Straus, L. G. & Richards, M. P. Adaptability, resilience and environmental buffering in European 

Refugia during the Late Pleistocene: Insights from La Riera Cave (Asturias, Cantabria, Spain). Sci. Rep. 10, 1–17 (2020).
 15. Waselkov, G. A. Shell gathering and shell midden archaeology. Adv. Archaeol. Method Theory 10, 93–209 (1987).
 16. Gutiérrez-Zugasti, I. et al. The role of shellfish in hunter-gatherer societies during the Early Upper Palaeolithic: A view from El 

Cuco rockshelter, northern Spain. J. Anthropol. Archaeol. 32, 242–256 (2013).
 17. Colonese, A. C. et al. Mesolithic shellfish exploitation in SW Italy: Seasonal evidence from the oxygen isotopic composition of 

Osilinus turbinatus shells. J. Archaeol. Sci. 36, 1935–1944 (2009).
 18. Prendergast, A. L. et al. Changing patterns of eastern Mediterranean shellfish exploitation in the Late Glacial and Early Holocene: 

Oxygen isotope evidence from gastropod in Epipaleolithic to Neolithic human occupation layers at the Haua Fteah cave, Libya. 
Quat. Int. 407, 80–93 (2016).

 19. Epstein, S., Buchsbaum, R., Lowenstam, H. M. & Urey, H. C. Revised carbonate-water isotopic temperature scale. Bull. Geol. Soc. 
Am. 64, 1315–1326 (1953).

 20. Schöne, B. R. The curse of physiology—challenges and opportunities in the interpretation of geochemical data from mollusk shells. 
Geo-Marine Lett. 28, 269–285 (2008).

 21. Mannino, M. A. et al. Marine resources in the mesolithic and neolithic at the Grotta dell’Uzzo (Sicily): Evidence from isotope 
analyses of marine shells. Archaeometry 49, 117–133 (2007).

 22. Andrus, C. F. T. & Thompson, V. D. Determining the habitats of mollusk collection at the Sapelo Island shell ring complex, Georgia, 
USA using oxygen isotope sclerochronology. J. Archaeol. Sci. 39, 215–228 (2012).

 23. Milano, S., Schöne, B. R. & Gutiérrez-Zugasti, I. Oxygen and carbon stable isotopes of Mytilus galloprovincialis Lamarck, 1819 
shells as environmental and provenance proxies. Holocene 30, 65–76 (2020).

 24. Straus, L. G. The Upper Paleolithic of Cantabrian Spain. Evol. Anthropol. 14, 145–158 (2005).
 25. Straus, L. G. The mesolithic of Atlantic Iberia. In Mesolithic Europe (eds Bailey, G. N. & Spikins, P.) 302–327 (Cambridge University 

Press, 2008).
 26. Conkey, M. W. et al. The identification of prehistoric hunter-gatherer aggregation sites: The case of Altamira. Curr. Anthropol. 21, 

609–630 (1980).

(1)1000lnα =
(

2.78× 10
6/T2

)

−2.89

(2)α =
(

1000+ δ18Os (SMOW)

)

/
(

1000+ δ18Ow (SMOW)

)

https://www.R-project.org/
https://doi.org/10.1080/15564894.2020.1781712


8

Vol:.(1234567890)

Scientific Reports |         (2022) 12:3111  | https://doi.org/10.1038/s41598-022-07239-8

www.nature.com/scientificreports/

 27. Valladas, H. et al. Direct radiocarbon dates for prehistoric paintings at the Altamira, El Castillo, and Niaux caves. Nature 357, 
68–70 (1992).

 28. Gutiérrez-Zugasti, I. La Explotación de Moluscos y Otros Recursos Litorales en la Región Cantábrica Durante el Pleistoceno Final y 
el Holoceno Inicial (University of Cantabria, 2009).

 29. Gutiérrez-Zugasti, I. Coastal resource intensification across the Pleistocene-Holocene transition in Northern Spain: Evidence from 
shell size and age distributions of marine gastropods. Quat. Int. 244, 54–66 (2011).

 30. Arias, P. et al. Where are the ‘Asturian’ dwellings? An integrated survey programme on the Mesolithic of northern Spain. Antiquity 
89, 783–799 (2015).

 31. Straus, L. G. The Pleistocene–Holocene transition in Cantabrian Spain: Current reflections on culture change. J. Quat. Sci. 33, 
346–352 (2018).

 32. Leorri, E., Cearreta, A. & Milne, G. Field observations and modelling of Holocene sea-level changes in the southern Bay of Biscay: 
Implication for understanding current rates of relative sea-level change and vertical land motion along the Atlantic coast of SW 
Europe. Quat. Sci. Rev. 42, 59–73 (2012).

 33. Salas, L. Correlación entre el clima y la transgresión marina holocena en el Cantábrico. In 3a Reunión del Cuaternario Ibérico 
309–313 (1993).

 34. Salas, L., Remondo, J. & Martínez, P. Cambios del nivel del mar durante el Holoceno en el Cantábrico a partir del estudio de la 
turbera de Trengadín. IV Reun. Geomorfol. 70, 237–247 (1996).

 35. Gutiérrez-Zugasti, I. An examination of Mesolithic shellfish gathering activities in the lower Asón river basin (Cantabria, España). 
In Mesolithic Horizons. Proceedings of the VII International Conference on the Mesolithic in Europe. (Oxford Books, 2009).

 36. Gutiérrez-Zugasti, I. La biometría al servicio de la arqueomalacología: Estrategias de recolección de moluscos en la región cantá-
brica entre el final del paleolítico y los inicios del neolítico. Férvedes 6, 65–72 (2010).

 37. Gutiérrez-zugasti, I. The shell midden of Pico Ramos and the exploitation of molluscs in the Cantabrian region (northern Spain). 
In Humans on the Basque Coast During the 6th and 5th Millenium BC the Shell Midden of Pico Ramos (Muskiz, Bizkaia) (ed. Zapata, 
L.) 53–57 (Trrres, 2017).

 38. Bailey, G. N. & Craighead, A. S. Late Pleistocene and Holocene coastal palaeoeconomics: A reconsideration of the molluscan 
evidence from northern Spain. Geoarchaeology 18, 175–204 (2003).

 39. Deith, M. & Shackleton, N. J. Seasonal exploitation of marine molluscs: Oxygen isotope analysis of shell from La Riera cave. In La 
Riera Cave. Stone Age Hunter-Gatherer Adaptations in Northern Spain (eds Straus, L. G. & Clark, G. A.) 299–313 (Arizona State 
University, 1986).

 40. García-Escárzaga, A. et al. Stable oxygen isotope analysis of Phorcus lineatus (da Costa, 1778) as a proxy for foraging seasonality 
during the Mesolithic in northern Iberia. Archaeol. Anthropol. Sci. 11, 5631–5644 (2019).

 41. Bailey, G. N. Concheros del norte de España: Una hipótesis preliminar. In Crónica del XII Congreso Arqueológico Nacional 73–84 
(1973).

 42. Marin Arroyo, A. B. & González Morales, M. R. Comportamiento económico de los últimos cazadores-recolectores y primeras 
evidencias de domesticación en el occidente de asturias La cueva de mazaculos II. Trab. Prehist. 66, 47–74 (2009).

 43. Deith, M. Seasonality of shell collecting, determined by oxygen isotope analysis ofmarine shells from Asturian sites in Cantabria. 
In Animals and Archaeology 2 Shell Middens, Fishes and Birds (eds Grigson, C. & Clutton-Brock, J.) 67–76 (Archaeo Press, 1983).

 44. Muñoz Sobrino, C., Ramil-Rego, P. & RodríguezGuitián, M. A. Vegetation in the mountains of northwest Iberia during the last 
glacial-interglacial transition. Veg. Hist. Archaeobot. 10, 7–21 (2001).

 45. Mary, Y. et al. High frequency environmental changes and deposition processes in a 2 kyr-long sedimentological record from the 
Cap-Breton canyon (Bay of Biscay). Holocene 25, 348–365 (2015).

 46. Mary, Y. et al. Changes in Holocene meridional circulation and poleward Atlantic flow: The Bay of Biscay as a nodal point. Clim. 
Past 13, 201–216 (2017).

 47. Jalut, G. et al. Palaeoenvironmental studies in NW Iberia (Cantabrian range): Vegetation history and synthetic approach of the 
last deglaciation phases in the western Mediterranean. Palaeogeogr. Palaeoclimatol. Palaeoecol. 297, 330–350 (2010).

 48. Cearreta, A., Edeso, J. M. & Ugarte, F. M. Cambios del nivel del mar durante el Cuaternario reciente en el Golfo de Bizkaia. In 
The Late Quaternary in the Western Pyrenean Region (eds Cearreta, A. & Ugarte, F. M.) 57–94 (Servicio de Publicaciones de la 
Universidad del País Vasco, 1992).

 49. Cearreta, A. & Murray, J. W. Holocene paleoenvironmental and relative sea-level changes in the Santoña estuary, Spain. J. Fora-
minifer. Res. 20, 289–299 (1996).

 50. Cearreta, A. & Murray, J. W. AMS 14 C dating of Holocene estuarine deposits: Consequences of high-energy and reworked 
foraminifera. Holocene 10, 155–159 (2000).

 51. Clark, G. A. El Asturiense Cantábrico. (1976).
 52. Azpeitia, K., Ortiz-Zarragoitia, M., Revilla, M. & Mendiola, D. Variability of the reproductive cycle in estuarine and coastal popula-

tions of the mussel Mytilus galloprovincialis Lmk. from the SE Bay of Biscay (Basque Country). Int. Aquat. Res. 9, 329–350 (2017).
 53. García-Escárzaga, A. & Gutiérrez-Zugasti, I. The role of shellfish in human subsistence during the Mesolithic of Atlantic Europe: 

An approach from meat yield estimations. Quat. Int. 584, 9–19 (2021).
 54. Monge Soares, A. M. et al. Marine radiocarbon reservoir effect in Late Pleistocene and Early Holocene Coastal Waters off Northern 

Iberia. Radiocarbon 58, 869–883 (2016).
 55. Fairbanks, R. G. A 17,000-year glacio-eustatic sea level record: Influence of glacial melting rates on the Younger Dryas event and 

deep-ocean circulation. Nature 342, 637–642 (1989).
 56. R Core Team. R: A Language and Environment for Statistical Computing. (2021).

Acknowledgements
This research was performed as part of the projects HAR2016-75605-R and HAR2017-86262-P, funded by the 
Spanish Ministry of Economy and Competitiveness, MINECO. We thank Lucía Agudo Pérez for her precious 
help in the laboratory and during fieldwork, and Dr. Alejandro García-Moreno for his help in designing the 
map in Fig. 1.

Author contributions
S.M. and I.G. designed the study. M.G. and I.G. provided the samples. S.M. and B.S. performed the analyses. 
S.M. analysedthe data. S.M., B.S., M.G. and I.G. wrote the main manuscript and the supplementary information.

Funding
Open Access funding enabled and organized by Projekt DEAL.

Competing interests 
The authors declare no competing interests.



9

Vol.:(0123456789)

Scientific Reports |         (2022) 12:3111  | https://doi.org/10.1038/s41598-022-07239-8

www.nature.com/scientificreports/

Additional information
Supplementary Information The online version contains supplementary material available at https:// doi. org/ 
10. 1038/ s41598- 022- 07239-8.

Correspondence and requests for materials should be addressed to S.M.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© The Author(s) 2022

https://doi.org/10.1038/s41598-022-07239-8
https://doi.org/10.1038/s41598-022-07239-8
www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Temporal and spatial variability of prehistoric aquatic resource procurement: a case study from Mesolithic Northern Iberia
	Results
	Radiocarbon dating (14C). 
	Harvesting location and seasonality. 
	Palaeotemperature reconstruction. 

	Discussion
	Methods
	Radiocarbon dating (14C). 
	Shell preparation. 
	Stable isotope analyses. 
	Provenance, palaeotemperature and collection seasonality statistics. 

	References
	Acknowledgements


