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Laboratory‑based experimental 
research into the effect 
of diagenesis on heated bone: 
implications and improved tools 
for the characterisation of ancient 
fire
Femke H. Reidsma

The use of fire is considered to be one of the most important cultural innovations in human evolution. 
Understanding the taphonomy of fire remains is an important prerequisite for valid interpretations 
of hominin fire‑related behaviour. Presented here are the results of a series of laboratory‑based 
experiments testing the effect of different pH conditions (acidic, neutral, alkaline) on the physical 
and chemical properties of heated bone (charred and combusted). By taking a fundamental‑research 
approach the study gives insight into the specific effect of pH exposure and its underlying chemical 
processes, and provides data that can be applied to heated bone from any context and time period. 
Results show that diagenesis has a significant impact on the preservation potential of heated bones, 
as well as on the reliability of the analytical techniques used to reconstruct past heating conditions. 
The study provides reference data and a toolkit for the analysis of heated bone, that explicitly takes 
diagenesis into account, and in doing so offers a significant improvement to the accuracy with which 
we can reconstruct heating conditions and fire‑related human behaviour in the past.

The use of fire played a pivotal role in the development of the human niche. Insights into when and where our 
ancestors first used fire and what they used it for have important implications for our understanding of key 
aspects of early human lifeways. Recent years have seen increased interest in and discussion of various aspects 
of ancient fire use, such as the chronology of early fire use (e.g.,1–4), the origins of fire production (e.g.,5,6), the 
development of different pyrotechnologies (e.g.,7–9), the role of cooking (e.g.,10), the costs of fire use (e.g.,11,12), 
the use of fire as a tool for landscape management (e.g.,13,14), the use of different fuels (e.g.,15–17), the potential of 
fire as a proxy for the development of cultural transmission and  language18,19, and various studies focussing on 
the integrated analysis of hearth features (e.g.,20–22).

The archaeological identification of fire use is based on the presence of organic and inorganic thermally altered 
materials such as charred plant material, bone, ash, lithics, sediments, tar and various (bio)molecules. Patterns 
of presence and absence of fire proxies inform about the chronology and degree of hominin control of fire, while 
the properties of the heated materials provide insight into the nature of past fires and their potential functions. 
Heated bone is one of the most important fire proxies that provides unique information about the nature of 
ancient fires (i.e., temperature and oxygen availability). Its high information potential is due to the presence of 
both organic and inorganic components (respectively circa 20 wt% vs 70 wt%, plus an additional 10 wt% water). 
This composition allows the material to register the effect of both low and high temperatures within a fire as 
well as variation in oxygen availability. In contrast, charcoal mainly captures low to medium temperatures in the 
absence of oxygen, because it fully combusts at higher temperatures in the presence of oxygen.

When bone is exposed to heat its organic content is first denatured (i.e., destabilised) and then converted into 
char and gradually lost. Alongside the decrease in organic content some inorganic compounds are also lost and 
the bone mineral reorganises into a more crystalline structure. At higher temperatures heated bone is therefore 
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more homogenous and more chemically stable. The difference between bone heated with and without oxygen (i.e., 
combusted vs. charred bone) mainly relates to: (1) the amount of organics present at a given temperature, and (2) 
the timing at which changes to organic and inorganic compounds occur. Charred bone has more organics and 
lower crystallinity, while combusted bone has less organics and higher crystallinity, and the two types become 
more chemically distinct with increasing temperature (for details  see23,24). Within this study ‘charred bone’ refers 
to the full temperature range of bone heated under reducing conditions, while ‘combusted bone’ refers to the full 
temperature range of bone heated under oxidising conditions. Using these definitions allows for the most accu-
rate representation of the full range of physical and chemical changes associated with both heating conditions.

Understanding the taphonomy and preservation of heated bone is an important prerequisite for interpreta-
tions of hominin fire-related behaviour. While microbial decay is the dominant cause of loss of organic materials 
from the archaeological record, exposure to heat makes bones very resilient against this type of  degradation25,26. 
Therefore, the most important factor in heated bone taphonomy is chemical weathering (i.e., diagenesis). How-
ever, the diagenesis of heated bone is not well understood. When heated bones enter the depositional envi-
ronment, they are exposed to different chemical processes that can result in contamination, alteration, and 
 degradation27. The specific effect is dependent on the chemical signature of the depositional environment as 
well as on the physical and chemical properties of the buried material. Diagenesis will therefore affect materi-
als heated to low or high temperatures, and heated with or without oxygen, in different ways. This implies that 
diagenesis can cause a preservation bias and affect the properties that are used to reconstruct fire temperature 
and oxygen availability. While there are studies exploring fire as a diagenetic agent affecting  bone28, and several 
studies focussing on the diagenesis of charcoal and ash (e.g.,29,30), and unheated bone (e.g.,25,26), comprehensive 
research on the effect of diagenesis on heated bone is lacking.

This paper presents the results of laboratory-based experiments into the effect of different pH values as 
proxies for depositional conditions on the physical and chemical properties of heated bone. The study aims to 
provide data on (1) the effect of pH-exposure and the processes underlying it, (2) the preservation potential of 
heated bone in different contexts, and (3) the reliability of the analytical techniques used to reconstruct past 
heating conditions and fire use. By focussing on pH and taking a controlled experimental approach the study 
aims to provide an analytical toolkit and reference data that are applicable to archaeological heated bone from 
any context and time period.

Methods
The study is based on experiments performed on a total of 107 samples (see Table 1). Two sets of uniform bone 
samples (cortical bone, bovid) were heated to a range of different temperatures (20–900 °C), one under reduc-
ing conditions (i.e., charred) and one under oxidising conditions (i.e., combusted). The resulting samples were 
incubated for a period of 4 weeks (28 days) in pH solutions representing acidic (pH 3: 0.1 M acetic acid + few 
drops of HCl), neutral (pH 7: deionised water), and alkaline (pH 12: 0.1 M ammonium hydroxide + 10 nM KOH) 
conditions (1:10 solid-solution ratio). Note that these specific pH values were not chosen to represent ‘real life’ 
conditions, but are purposefully more ‘extreme’ to help accelerate the reaction. The experiment was performed 
in triplicate, with single control samples for pH 7. Samples were incubated in water baths and kept at a constant 
temperature of 60 °C and 20% vibration (set on the internal scale of the device). Solutions were refreshed twice 
a week to recreate the setting of an open system with permeable soils and groundwater flow, which enables the 
introduction of new reagents for the samples to interact with. In order to simulate greater time depth, the reaction 
was accelerated by increasing the incubation temperature to 60 °C and by using more extreme pH values than 
are typically found in natural settings. Following the Arrhenius equation, for every increase of 10 °C the reaction 
speed is doubled. Assuming a normal mean soil temperature of 10 °C, increasing the incubation temperature to 
60 °C adds a factor 32 (× 32) to the reaction speed. Since pH is measured on a logarithmic scale, every full value 
the pH is made more extreme a factor 10 (× 10) is added to the reaction speed (related to the amount of  OH− and 

Table 1.  Overview of the samples used for the preservation experiments. pH 3 and pH 12 experiments were 
carried out in triplicate, single samples of selected temperatures were incubated in pH 7 solutions as control 
samples.

pH 20 200 300 400 500 600 700 800 900

Charred

3 3 3 3 3 3 3 3 3 3

7 1 – 1 – – – 1 – –

12 3 3 3 3 3 3 3 3 3

Combusted

3 – 3 3 3 3 3 3 3 3

7 – – 1 – – – 1 – –

12 – 3 3 3 3 3 3 3 3

Total unheated 7

Total charred 50

Total combusted 50

Full total 107
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 H+ ions). Assuming pH 6 and pH 9 are the ‘normal’ values in nature, using pH 3 and pH 12 solutions results in 
a factor 1000 (× 1000) to the reaction speed. It should be noted that there are other factors influencing the reac-
tion speed whose precise impact is unknown or cannot be quantified. These include the actual reaction speed 
of the tested chemical interactions, the effect of incubating whole samples (as opposed to powders), the effect 
of vibration, and the effect of refreshing the solutions. The quantifiable variables in the experimental setup give 
a rough estimation in the order of magnitude of 2000–3000 simulated years of pH exposure. After incubation 
the samples were dried and weighed, before further processing for chemical analysis. For more details on the 
experimental setup the reader is referred to the Supplementary Information Sections SI 1.1—1.3.

The samples were described for evidence of discolouration, fragmentation, and mass loss. The physical and 
chemical properties of the samples were analysed using five different analytical techniques: thermogravimet-
ric analysis (TGA), X-ray fluorescence (XRF), Fourier transform infrared spectroscopy (FTIR), pyrolysis gas-
chromatography mass spectrometry (Py-GCMS), and X-ray diffraction (XRD). This specific combination of 
techniques was chosen to target both the organic and inorganic (i.e., bone mineral) content of the bone at 
different levels (e.g., elemental vs molecular vs structural). The resulting data was analysed and compared with 
reference data on unexposed charred and combusted bone produced in previous research following the same 
experiment and analysis protocols (data from Reidsma et al.23; van Hoesel et al.24). For a more detailed overview 
of the analytical techniques, their specific settings, and analysis steps the reader is referred to the Supplementary 
Information Sections SI 1.4–1.7.

Results
An overview of the results is presented in Tables 2, 3 and 4, and Fig. 1a,b.

For a detailed description of the data per analytical technique and all supporting figures and tables the reader 
is referred to the Supplementary Information Section SI 2.

The effect of different pH conditions
Acidic conditions: pH 3. When heated bones are exposed to acidic conditions, the colour of the bones 
becomes darker compared to unexposed heated bone of the same temperature (Fig. 1a), especially at low to 
medium temperatures (200–600 °C). Mass loss occurs for the full temperature range, but the effect decreases 
with increasing temperature (Fig. 2). Acidic conditions cause fragmentation for 53% of the samples, with the 
most severe effect for bone heated to high temperatures (700–900 °C). Chemical analysis of the samples shows 
changes to the bone mineral as well as loss of organic material. Exposure to acidic conditions results in the dis-
solution and loss of carbonates  (CO3), which is visible in the FTIR data as a reduction of  CO3 peaks and from 
decreased C/P ratio values. The XRD data show a sharpening of all peaks in the diffractograms, related to loss 
of carbonates and some phosphates  (PO4

3−) (Fig. 3). In addition, the FTIR data indicates some changes to phos-
phates: there is increased splitting of the  PO4

3− symmetric stretching and in charred bone the shoulder on the 
 PO4

3− v3 peak appears at a much lower temperature than in unexposed heated bone (at 400 °C instead of at 900 
°C) (Fig. 4 and Figure SI.8). The increase in FTIR-SF and XRD-CI values for all heated bone samples indicates a 

Table 2.  Overview table showing the numeric results for the samples exposed to pH 3 conditions, per 
analytical technique. For the XRF results the TGA-corrected values are displayed. A dash (–) indicates that 
particular samples were not analysed for that technique.

HC

Temp Colour Mass loss

TGA XRF FTIR XRD

Water Organic Ash CaOcorr P2O5corr Ca/P SF C/P CI

°C Munsell wt% wt% wt% wt% wt% wt% – – – –

Unheated 20 5Y8/1 15.43 6.91 25.46 65.82 37.00 28.04 1.32 4.32 0.27 0.01

Charred 200 2.5Y8/4 16.80 4.00 14.25 79.71 43.55 35.57 1.22 4.35 0.19 –

Charred 300 5YR3/5 14.87 3.59 10.37 84.02 46.53 36.93 1.26 4.61 0.15 –

Charred 400 5YR2/2 9.02 3.37 8.92 85.75 46.53 38.63 1.20 4.90 0.12 –

Charred 500 5YR2/2 7.92 4.27 8.55 85.66 45.74 39.23 1.16 5.18 0.12 0.07

Charred 600 5YR2/1 6.51 4.21 7.89 86.40 45.35 40.49 1.12 5.32 0.11 0.15

Charred 700 7.5YR2/0 7.21 4.00 6.86 87.75 47.71 39.42 1.21 5.57 0.10 0.22

Charred 800 7.5YR2/0 5.39 2.89 5.57 90.02 48.84 40.55 1.20 6.09 0.07 0.38

Charred 900 7.5YR2/0 5.39 2.14 3.54 93.42 50.89 41.89 1.21 7.15 0.03 0.72

Combusted 200 10YR7/4 19.84 4.81 12.33 81.18 42.20 38.36 1.10 4.61 0.16 –

Combusted 300 5YR3/4 8.59 5.04 11.95 81.24 41.58 39.09 1.06 4.50 0.18 –

Combusted 400 5YR4/1 6.21 3.99 5.08 89.27 46.92 41.69 1.13 4.90 0.12 –

Combusted 500 5YR5/2 7.05 3.49 3.80 91.15 49.02 41.52 1.18 5.12 0.10 0.21

Combusted 600 7.5YR4/0 4.62 2.43 1.97 94.40 51.62 42.15 1.22 6.02 0.07 0.63

Combusted 700 5YR8/1 8.15 0.62 0.29 98.76 54.23 43.89 1.24 6.67 0.04 1.18

Combusted 800 5YR8/1 7.33 0.58 0.22 98.89 53.61 44.61 1.20 6.44 0.04 1.17

Combusted 900 5YR8/1 7.09 0.47 0.22 98.95 53.34 44.89 1.19 5.83 0.04 1.12
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clear increase in crystallinity of the bone. TGA and Py-GCMS data show that there is also some dissolution and 
loss of organic materials. This occurs in bone heated to low and medium temperatures (200–500 °C) and only 
affects specific molecular compound types (i.e., monocyclic aromatic hydrocarbons (MAH), methylene chain 
compounds (MCC), polycyclic aromatic hydrocarbons (PAH), and tert-butylphenols (TERT)).

Exposure to acidic conditions has a similar effect on charred and combusted bone, but the impact is a little 
more severe for charred bone. The data show a general trend of more mass loss for charred bone, especially at 
low to medium temperatures (200–500 °C). This trend is matched in the TGA data, which shows more loss of 
organic compounds for charred bone. The effect of exposure to pH 3 solutions is not intense enough to override 
the difference caused by the difference in oxygen availability between charred and combusted bone (e.g., see 
FTIR spectra).

The same processes that affect heated bone under acidic conditions also affect unheated bones. However, 
unheated bone is affected less severely than heated bone, especially when compared to low temperature heated 
bone (200–300 °C), which is chemically most similar to unheated bone. Compared to the other pH values, 
unheated bone is most affected by exposure to pH 3 (Figs. 1 and 2).

Alkaline conditions: pH 12. Exposure to alkaline conditions leads to a much lighter bone colour com-
pared to unexposed heated bone of the same temperature (Fig. 1), especially at temperatures of 20–700 °C. Mass 
loss is most severe for bone heated to 200 °C and decreases with increasing temperature (Fig. 2). Above 400 °C 
mass loss often dips below zero, indicating a mass increase. Exposure to alkaline conditions causes fragmenta-
tion for 53% of the samples with the most severe effect for bone heated to high temperatures (700–900 °C). 

Table 3.  Overview table showing the numeric results for the samples exposed to pH 12 conditions, per 
analytical technique. For the XRF results the TGA-corrected values are displayed. A dash (–) indicates that 
particular samples were not analysed for that technique.

HC

Temp Colour Mass loss

TGA XRF FTIR XRD

Water Organic Ash CaOcorr P2O5corr Ca/P SF C/P CI

°C Munsell wt% wt% wt% wt% wt% wt% – – – –

Unheated 20 5Y8/1 5.74 6.75 22.28 68.49 38.50 28.87 1.33 3.99 0.28 0.00

Charred 200 5Y8/1 20.86 4.14 3.33 89.62 50.20 38.42 1.31 4.28 0.16 –

Charred 300 10YR6/4 15.07 4.26 3.29 89.62 50.24 38.40 1.31 4.34 0.15 –

Charred 400 5YR3/2 2.61 4.66 6.30 86.15 47.06 38.03 1.24 4.15 0.18 –

Charred 500 5YR2/1 − 2.73 4.90 6.76 85.44 46.61 37.68 1.24 4.31 0.17 0.06

Charred 600 5YR2/1 − 4.91 4.97 6.81 85.36 46.67 37.55 1.24 4.27 0.18 0.06

Charred 700 7.5YR2/0 − 2.03 5.19 6.14 85.67 47.75 36.92 1.29 4.64 0.17 0.06

Charred 800 7.5YR2/0 − 3.09 3.79 4.35 89.24 49.62 38.52 1.29 5.01 0.13 0.17

Charred 900 7.5YR2/0 − 1.1 2.27 2.78 93.17 51.31 41.14 1.25 5.39 0.07 0.57

Combusted 200 5Y8/1 18.02 4.84 2.68 89.55 46.98 41.54 1.13 4.12 0.18 –

Combusted 300 5YR4/3 7.08 5.42 8.20 83.51 43.72 38.75 1.13 4.13 0.21 –

Combusted 400 5YR5/2 − 2.25 4.57 3.82 88.53 48.03 39.38 1.22 4.10 0.19 –

Combusted 500 5YR5/2 1.61 4.39 3.20 89.48 49.11 39.27 1.25 4.22 0.17 0.04

Combusted 600 7.5YR4/0 − 0.95 2.51 1.67 93.63 51.41 41.40 1.24 5.19 0.10 0.49

Combusted 700 5YR8/1 1.03 0.87 0.66 97.81 53.96 43.14 1.25 6.53 0.06 1.23

Combusted 800 5YR8/1 1.63 0.71 0.57 98.24 53.14 44.47 1.19 5.99 0.06 1.21

Combusted 900 5YR8/1 0.63 0.61 0.55 98.20 52.92 44.59 1.19 5.52 0.05 1.15

Table 4.  Overview table showing the numeric results for the samples exposed to pH 7 conditions, per 
analytical technique. For the XRF results the TGA-corrected values are displayed. A dash (–) indicates that 
particular samples were not analysed for that technique.

HC

Temp Colour Mass loss

TGA XRF FTIR XRD

Water Organic Ash CaOcorr P2O5corr Ca/P SF C/P CI

°C Munsell wt% wt% wt% wt% wt% wt% – – – –

Unheated 20 5Y8/1 5.64 7.32 23.78 66.80 35.72 30.57 1.17 4.01 0.26 0.00

Charred 300 7.5YR6/4 7.49 4.85 10.06 82.81 44.27 38.02 1.16 4.12 0.19 –

Charred 700 7.5YR2/0  − 5.29 5.04 6.61 86.04 45.80 39.68 1.15 4.78 0.15 0.07

Combusted 300 5YR4/2 2.67 5.38 13.86 78.45 41.98 35.96 1.17 4.21 0.20 –

Combusted 700 5YR8/1 0.95 0.66 0.62 98.21 52.85 44.71 1.18 6.64 0.05 1.27
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Chemical analysis of the samples indicates the loss of organic compounds. TGA results show loss of organic 
content that is more severe than for exposure to pH 3, but still decreases with increasing temperature (Fig. 5). 
The loss of organic content is reflected in the FTIR data as a reduction of peaks related to amides and aromatic 
compounds (Fig. 4). Py-GCMS data indicates that it specifically concerns the dissolution and loss of nitrogen-
containing compounds (NCOMP), phenols (PHEN), and triterpenoids (TRITERP). Furthermore, while sensi-
tive to dissolution under pH 3 conditions in low temperature heated bone (200–300 °C), methylene chain com-
pounds (MCC) and polycyclic aromatic hydrocarbons (PAH) become sensitive to exposure to pH 12 conditions 
in bone heated to higher temperatures (400–500 °C). The nitrogen-containing compounds make up the majority 
of the organic compounds present in (heated) bone, and many of those compounds are completely lost as a result 
of exposure to alkaline conditions. This effect is particularly severe for bone heated to 200 °C, and decreases with 
increasing temperature alongside the heat related decrease in NCOMPs. Phenols are also completely lost in bone 
heated to 200 °C. In addition, the FTIR and XRD data show changes to the bone mineral. The reduction of the 

Figure 1.  Overview of the variation in colour for charred (A) and combusted (B) bone exposed to pH 3 and 
pH 12 conditions. For the control samples exposed to pH 7 conditions (C), see the Supplementary Information 
Fig. SI.2c.
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 CO3 peaks and C/P ratio may indicate loss of carbonates, however, these peaks overlap with organic compounds 
and reduction as a result of the loss of organic content cannot be ruled out. The effect is always less severe than 
for heated bone exposed to acidic conditions. Changes to the phosphate are shown by increased splitting of the 
 PO4

3− v1 symmetric stretching as well as by an increase in FTIR-SF and XRD-CI values for all temperatures. 
However, overall, these changes are less severe than for heated bone exposed to acidic conditions.

Exposure to alkaline conditions has a similar effect on charred and combusted bone, but the impact is more 
severe for charred bone. The data show a general trend of more mass loss for charred bone, especially at low to 
medium temperatures (200–500 °C). TGA data also shows more loss of organic compounds for charred bone 
than for combusted bone. The effect of exposure to pH 12 solutions is so severe for bone heated at low to medium 
temperatures (200–500 °C) that it overrides the differences created by the difference in oxygen availability, 
rendering the chemical signature of both charred and combusted bone at these temperatures very similar (e.g., 
see FTIR spectra).

The same processes that affect heated bone under alkaline conditions also affect unheated bones. However, 
unheated bone is affected less severely than heated bone, especially when compared to low temperature heated 
bone (200–300 °C), which is chemically most similar to unheated bone. Unheated bone is much less affected by 
pH 12 than by exposure to pH 3 (see Figs. 1 and 2).

Neutral conditions: pH 7. To control for the effect of neutral conditions samples of selected temperatures 
were used (n = 5, see Table 1). Exposure to neutral conditions has a limited effect on heated bone colour, with 
only the charred bone samples displaying a change to a lighter colour. There is mass loss for all samples, which 
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bone (B). Triangles = unheated bone, circles = heated bone, grey = pH 3 samples, yellow = pH 7 samples, 
blue = pH 12 samples, dashed horizontal line = zero mass loss.



7

Vol.:(0123456789)

Scientific Reports |        (2022) 12:17544  | https://doi.org/10.1038/s41598-022-21622-5

www.nature.com/scientificreports/

decreases with increasing temperature (Fig. 2). Chemical analysis of the samples indicates that these changes 
relate to the loss of organic compounds and some carbonates. There is also a mild increase in crystallinity, as evi-
denced by increased FTIR-SF and XRD-CI values. All changes occur to a lesser extent than for samples exposed 
to pH 3 or pH 12 solutions.

Combusted bone appears to be less affected by exposure to neutral conditions than charred bone. There is 
no change in colour for combusted bone, and mass loss is much lower than for charred bone (Fig. 2). However, 
the effect on the crystallinity (FTIR-SF and XRD-CI) of the bone mineral is slightly more severe for combusted 
bone than for charred bone.

The effect of neutral conditions is even more limited for unheated bone. Bone colour becomes lighter and 
there is mass loss similar to that of unheated bone exposed to pH 12 conditions. However, while FTIR data indi-
cates loss of organic compounds and carbonates, TGA gives organic content values similar to unexposed bone.
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Processes underlying pH exposure
Based on the pH-specific data some inferences can be made about the processes underlying pH exposure. The 
two main processes affecting heated bones as a result of pH-exposure are dissolution of the remaining organic 
and inorganic compounds and re-organisation of the apatite crystal structure. Dissolution, or breakdown, occurs 
when molecules become soluble under specific conditions. This is the case for organic molecules (e.g., collagen 
and its thermal products) in pH 12  conditions25,31, and for carbonates and phosphates in pH 3  conditions31,32. 
The affected compounds dissolve and become suspended in the solution, causing them to leach out of the bone. 
Under acidic conditions the process of hydrolysis can break down the bonds in certain organic molecules as 
well (e.g., collagen-derived products) and render the resulting fragments soluble under those  conditions33,34. 
This process is likely what caused the loss of some organic compounds from the heated bones exposed to acidic 
conditions. Additionally, the loss of some hydrocarbons (e.g., alkenes) under pH 3 conditions is likely the result 
of their solubility in organic solvents, such as acetic acid. The shift from loss of PAHs in pH 3 conditions at low 
temperatures (200–300 °C) to loss of PAHs in pH 12 conditions at higher temperatures (400–500 °C) might 
be related to formation of PAHs with higher molecular weight at these temperatures, which is known to affect 
their  solubility35. However, more research is needed to confirm this. Dissolution thus results in loss of organic 
compounds and/or carbonates and phosphates, and in turn facilitates the re-organisation of bone mineral into 
a more crystalline material. The loss of material frees up space for recrystallisation products. This process is 
visible in the data as an increase in SF and CI values as a result of exposure to both pH 3 and pH 12 conditions.

A very tangible effect of dissolution as a result of pH exposure is discolouration of heated bone. The data show 
that dissolution of organic compounds (dark coloured) under pH 12 conditions results in lighter coloured bones, 
while dissolution of inorganic compounds (light coloured) under pH 3 conditions results in darker coloured 
bones. This further confirms that heated bone colour is primarily governed by the presence, state, and amount 
of organic content. Fragmentation of heated bone, while affected by pH exposure, appears to be primarily related 
to alteration and loss of material through heating. In unheated bone, it is the presence of collagen that gives the 
bone its  flexibility36. Therefore, the continued presence of unaltered collagen is likely what prevents the occur-
rence of pH-mediated fragmentation in unheated bone. However, this changes when the organic compounds 
in bone become thermally altered, decrease, and ultimately disappear at high temperatures. The results show 
that at 200–600 °C, dissolution and loss of organic or inorganic material both cause destabilisation of the bone 
that facilitates fragmentation. At 700–900 °C, when apatite crystallinity is high and organic content low or non-
existent, fragmentation is not caused by dissolution. Instead, the high percentages of fragmentation likely relate 
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to the already fragile state of high temperature heated bone, coupled with available moisture seeping into existing 
micro-fissures and cracks, causing fragmentation irrespective of  pH37.

Another pH-related effect is the mass increase (or negative mass loss) for certain heated bone samples exposed 
to pH 12 conditions, being particularly prevalent for charred bone. This effect relates to increased water retention, 
particularly in charred organic matter, as indicated by the TGA data. The data show consistently higher wt% 
values for water content for samples exposed to pH 12 solutions. The removal of soluble organic compounds 
likely increased the microporosity of the bone, resulting in increased water retention even after storage in a 
desiccator and prolonged drying at 60 °C. Other explanations, such as adsorption of carbonates or the binding 
of  CO2 from the surrounding environment, were considered, but do not fit the data. The setup of the incuba-
tion experiments was specifically designed to prevent  CO2 absorption through the use of closed vials, and no 
carbonates were introduced in the solutions.

Discussion
Preservation. The results clearly describe the effect of pH exposure on the preservation of heated bone in 
the archaeological record. As heated bone, charred or combusted, is more resilient to microbial attack, burial 
conditions and especially soil pH are the most important factor for its preservation potential. Fragmentation 
occurred for over 50% of the samples exposed to pH 3 and pH 12 solutions, and to 40% of the samples exposed 
to pH 7. Strikingly, no fragmentation occurred for the unheated bone samples, showing that heated bone is more 
friable than unheated bone regardless of pH or heating temperature. Other taphonomic factors may increase the 
fragmentation rate to such an extent that the heated bone becomes difficult to recognise or is lost all together. 
This might especially be the case for high temperature heated bone, as the fragmentation rate increases with 
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increasing heating temperature. This could then cause a preservation bias against bone heated to high tempera-
tures (700–900 °C). Material is also lost through dissolution of organic compounds, carbonates and phosphates. 
Loss of these compounds destabilises the bone and promotes other forms of degradation, such as microbial 
decay and fragmentation. Dissolution is particularly severe for low temperature heated bone (200–400 °C), and 
can potentially cause a preservation bias against these temperatures. Within the current experimental setup, 
several of the nitrogen-containing compounds (i.e., related to collagen, e.g., diketodipyrrole) are already com-
pletely lost as a result of exposure to alkaline conditions. For this study samples of dense bovid cortical bone 
were used. This type of bone is very robust, and although roughly 2000–3000 years were simulated, the effect of 
pH exposure alone already has a significant effect on the preservation potential of heated bone. These results can 
therefore be used as a baseline for minimal bone decay, as the effects will likely be more severe for heated bone 
when different variables are considered. Bone with a lower density, such as trabecular bone or bones from small 
mammals, will have a much lower preservation potential. In addition, the effect of pH exposure might be more 
severe for more prolonged exposure, such as for Palaeolithic time scales. Finally, the rate of degradation and loss 
may increase in combination with other post-depositional processes, such as microbial attack, frost action, and 
general formation processes. The influence of pH exposure on the preservation potential of heated bone is also 
dependent on the moisture content, amount of buffering material (e.g., alkaline: ash, shells, carbonate rich mud; 
acidic: podzols, pyrite oxidation), and openness of the soil geochemical system. Mitigating factors that will pro-
mote the preservation of heated bone are dry conditions (i.e., absence of water)38,39 and low ion activity in flow 
and diffusion restricted environments such as in clay  sediments40.

Reconstructing heating conditions. Exposure to different depositional environments affects both 
the preservation potential of heated bone and the parameters that are used to reconstruct heating conditions 
(i.e., temperature and oxygen availability). Bone colour is frequently used as a proxy for heating temperature 
(e.g.,41–43). However, this study demonstrates that bone colour is not only dependent on heating conditions, but 
also affected by pH. At low to medium temperatures (200–500 °C) bone colour is altered by exposure to acidic 
and alkaline conditions. The pH-induced colour changes may therefore cause misinterpretation of heating tem-
peratures, for example a light-coloured bone heated to 200 °C exposed to alkaline conditions can be mistaken 
for bone combusted at high temperature (700–900 °C).

Heating conditions are also reconstructed using analytical techniques such as TGA, FTIR, and XRD (e.g.,44–50). 
The reliability of the outcomes of these techniques can be severely affected by pH exposure depending on what 
specific part of the bone they target. TGA can be used to reconstruct heating conditions by tracking the changes 
in wt% of organic content. This means that the technique is affected by loss of organic material, but also by loss 
of bone mineral, as this results in a relative increase in organic content. Since most organic material is present in 
heated bone at low to medium temperatures (i.e., < 600 °C), the pH-related offset is largest for those temperatures 
and TGA is more reliable for high temperatures. If left uncorrected, TGA values for bone heated to 200 °C and 
exposed to pH 12 might be misinterpreted for bone heated to much higher temperatures (e.g., combusted to 
500–600 °C; charred to 800–900 °C).

FTIR targets the molecular content of bone and can be used to track both changes in organic content and in 
bone mineral. FTIR can be used to reconstruct heating conditions by comparing spectra (i.e., presence, shape, 
intensity of peaks) and by calculating indices such as the Splitting Factor (SF). Both options are affected by pH 
exposure, resulting in increased SF values and spectra that resemble those of different heating conditions. For 
example, spectra for bone heated to low and medium temperatures (200–500 °C) and exposed to alkaline condi-
tions become identical for charred and combusted bone.

XRD can be used in a similar way as FTIR, but only targets the inorganic components of the bone. Peak shape 
and intensity are minimally affected by exposure to pH 3, while exposure to both acidic and alkaline conditions 
results in increased Crystallinity Index (CI) values. This could result in an overestimation of the heating tem-
perature, especially for lower temperatures, where the effect of pH is most severe.

To summarise, the results of this study show that exposure to acidic conditions mainly affects the reliability 
of methods targeting the bone mineral, while exposure to alkaline conditions mainly affects the reliability of 
methods targeting the organic content. In both cases the effect decreases with increasing temperature, making 
the techniques more reliable for high temperature heated bone (700–900 °C) than for bone heated at low tem-
peratures (200–600 °C). However, irrespective of specific pH conditions, the survival of high temperature heated 
bone is much lower than that of its low temperature equivalent due to high rates of fragmentation.

Implications. The results of this study have implications for the way fire traces, and specifically heated 
bones, are studied in the archaeological record. Firstly, the demonstrated effect of exposure to different pH 
conditions on the preservation potential of heated bone suggests a re-evaluation of the patterns of presence and 
absence of fire traces and their resulting interpretations is warranted. The data on dissolution and loss of certain 
compounds (e.g., phenols, PAHs, collagen) also provides clues into their preservation potential in other heated 
materials or outside of bone (e.g., biomarkers in sediments). The difference between the effect of pH exposure on 
heated versus unheated bone implies that the presence of unheated bone at an archaeological site is not necessar-
ily an indication that heated bone should be preserved, and vice versa. Furthermore, loss of specific compounds 
can impact the reliability and success rate of other types of chemical analyses, such as isotope studies, C14 dating, 
and the study of biomarkers and aDNA.

Secondly, the demonstrated effect of pH exposure on the reliability of the outcome of the different methods 
to reconstruct heating conditions suggests that a re-evaluation of existing studies addressing fire temperature 
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and oxygen availability is also warranted. This study shows that it is essential to take the effect of diagenesis into 
account when reconstructing heating conditions. This involves using pH-specific reference data as well as measur-
ing the pH and other geochemical signatures of the sediments (e.g.,  see20,51). The latter can also provide valuable 
insight into the preservation conditions of unheated materials and help explain their distribution or absence.

While the results of this study provide significant insights into the diagenesis of heated bone and its implica-
tions, there are some limitations that briefly need to be addressed. The nature of a controlled experimental setup 
dictates that only a specific set of variables are tested. Therefore, the effect of variation in exposure time, type of 
bone, and fluctuating conditions were not part of this study. In addition, practical constraints resulted in a very 
limited samples size to test the effect of exposure to neutral conditions. Nevertheless, the combination of tested 
variables provides a solid base to understand the effect of pH-exposure on heated bone. The limitations of the 
experimental setup do have an impact on the application of the reference data to archaeological material. This 
is the case in particular because diagenesis is a gradient and the data presented here only provide one reference 
point on the spectrum between perfectly preserved and fully degraded bone. Future research should therefore 
include complimentary experiments testing the effect of pH-exposure in conjunction to other variables. How-
ever, in the absence of further experimental work, the pH reference data presented here provides a significant 
step up in the accuracy with which heating conditions can be reconstructed from archaeological heated bone, 
by explicitly taking the effect of diagenesis into account.

Presented here is a best practice for the study of archaeological heated bones for fire-related research questions 
(Fig. 6). The process should start with determining the pH (and geochemical signature) of the site, preferably 
throughout the sequence and both within and outside of the bone sampling context (e.g., hearth features). The 
resulting data is used to inform the choice of reference data used for the chemical analysis (i.e., reference data for 
acidic, neutral, or alkaline conditions). Ideally the bone samples are sieved out of the bulk sediment samples used 
for the pH and geochemical analysis. Alternatively, bone samples can be retrieved from the 5 mm mesh general 
sieving residue. Selecting small fragments allows for a more representative sample, accounting for the increased 
fragmentation of high temperature heated bone. The bone fragments should then be sorted into colour classes 
(e.g., light vs. dark). While bone colour is not a reliable indicator of heating conditions, it is a good proxy for 
potential differences in chemical composition. Based on the different colour classes, a representative subsample 
is selected for further analysis. The samples should be analysed using a combination of techniques that target dif-
ferent aspects of the bone, e.g., organic and inorganic compounds, as well as low and high exposure temperatures. 
A combination of TGA, FTIR, XRD, and Py-GCMS works well for this purpose. Based on the analysis results 
the oxygen availability and heating temperature are determined per technique, using the relevant reference data 
(i.e., specific pH; charred, combusted, or both). Finally, the results of the different methods are combined to give 
the most likely temperature range, which can then be integrated with information from other heated materials 
and contribute to the record of and the resulting interpretation about fire use at the site.

Conclusion
The current study provides insight into the effect of diagenesis on fire proxies within different depositional 
contexts by investigating the effect of pH exposure on the physical and chemical properties of heated bone. The 
experiments serve as a baseline for further investigations into the taphonomy of fire remains. The main conclu-
sions from the study are:

• Exposure of heated bone to different pH values causes discolouration, fragmentation, and mass loss. Exposure 
to acidic conditions results in darker colours, while exposure to alkaline conditions results in lighter colours. 
For both pH values fragmentation occurred in over 50% of the samples. The most severe fragmentation occurs 
for bone heated to high temperatures (600–900 °C).

• Heated bone is more friable and susceptible to degradation than unheated bone (but more resilient to micro-
bial decay), regardless of pH and without the influence of other taphonomic factors. The presence of unheated 
bone at a site is not an indicator for the preservation of heated bone, and vice versa.

• The degree of degradation is dictated by the properties of the bone before entering the archaeological record. 
Because of the more homogenous and chemically stable nature of high temperature heated bone, there is a 
decrease in the effect of pH exposure with increasing heating temperature. The most severe chemical changes 
occur at low to medium temperatures (200–500 °C).

• Due to the difference in physical and chemical properties of charred versus combusted bone, pH exposure 
has a more severe effect on charred bone than on combusted bone.

• Exposure to acidic conditions mainly affects the bone mineral, causing loss of carbonates and phosphates and 
an increase in crystallinity. Organic compounds like monocyclic aromatic hydrocarbons, methylene chain 
compounds, polycyclic aromatic hydrocarbons and tert-butylphenols are also lost.

• Exposure to alkaline conditions mainly affects the organic content of the bone, causing loss of collagen and 
char, and also an increase in crystallinity. The majority of the organic compounds in heated bone are lost as 
a result of exposure to alkaline conditions (nitrogen-containing compounds, phenols, and triterpenoids).

This study highlights the need for studies of ancient fire use to explicitly take diagenesis into account, and 
provides the toolkit and reference data to do so.
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Figure 6.  Flow chart displaying the best practice for the study of archaeological heated bones for fire-related 
research questions, explicitly taking the effect of diagenesis into account.
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Data availability
All data generated and used to support the claims made in this paper are presented here and in the Supplementary 
Information. The complete raw datasets for this study, as well as for previous work on charred and combusted 
bone will become available on Zenodo after the embargo period has concluded. The datasets will be available 
under the following DOIs: Heated bone pH reference data: https:// doi. org/ 10. 5281/ zenodo. 67729 68. Charred 
bone reference data: https:// doi. org/ 10. 5281/ zenodo. 67728 89. Combusted bone reference data: https:// doi. org/ 
10. 5281/ zenodo. 67729 24.

Received: 30 June 2022; Accepted: 29 September 2022

References
 1. Dibble, H. L., Sandgathe, D., Goldberg, P., McPherron, S. & Aldeias, V. Were western European Neandertals able to make fire? J. 

Paleolit. Archaeol. 1, 54–79. https:// doi. org/ 10. 1007/ S41982- 017- 0002-6 (2018).
 2. Gowlett, J. & Wrangham, R. Earliest fire in Africa: Towards the convergence of archaeological evidence and the cooking hypothesis. 

Azania Archaeol. Res. Arica 48, 37–41. https:// doi. org/ 10. 1080/ 00672 70X. 2012. 756754 (2013).
 3. Hlubik, S. et al. Hominin fire use in the Okote member at Koobi Fora, Kenya: New evidence for the old debate. J. Hum. Evol. 133, 

214–229. https:// doi. org/ 10. 1016/J. JHEVOL. 2019. 01. 010 (2019).
 4. Roebroeks, W. & Villa, P. On the earliest evidence for habitual use of fire in Europe. Proc. Natl. Acad. Sci. USA 108, 5209–5214. 

https:// doi. org/ 10. 1073/ pnas. 10181 16108 (2011).
 5. Brittingham, A. et al. Geochemical evidence for the control of fire by Middle Palaeolithic hominins. Sci. Reports https:// doi. org/ 

10. 1038/ s41598- 019- 51433-0 (2019).
 6. Sorensen, A. C., Claud, E. & Soressi, M. Neandertal fire-making technology inferred from microwear analysis. Sci. Rep. https:// 

doi. org/ 10. 1038/ s41598- 018- 28342-9 (2018).
 7. Brown, K. S. et al. Fire as an engineering tool of early modern humans. Science 325, 859–862. https:// doi. org/ 10. 1126/ scien ce. 

11750 28 (2009).
 8. Niekus, M. J. L. T. et al. Middle Paleolithic complex technology and a Neandertal tar-backed tool from the Dutch North Sea. Proc. 

Natl. Acad. Sci. USA 116, 22081–22087. https:// doi. org/ 10. 1073/ PNAS. 19078 28116 (2019).
 9. Schmidt, P. et al. Heat treatment in the South African middle stone age: Temperature induced transformations of silcrete and their 

technological implications. J. Archaeol. Sci. 40, 3519–3531. https:// doi. org/ 10. 1016/j. jas. 2012. 10. 016 (2013).
 10. Carmody, R. N. & Wrangham, R. W. The energetic significance of cooking. J. Hum. Evol. 57, 379–391. https:// doi. org/ 10. 1016/j. 

jhevol. 2009. 02. 011 (2009).
 11. Aarts, J. M. M. J. G. et al. Fire usage and ancient hominin detoxification genes: Protective ancestral variants dominate while addi-

tional derived risk variants appear in modern humans. PLoS ONE 11, 1–18. https:// doi. org/ 10. 1371/ journ al. pone. 01611 02 (2016).
 12. Henry, A. G., Büdel, T. & Bazin, P. L. Towards an understanding of the costs of fire. Quat. Int. 493, 96–105. https:// doi. org/ 10. 

1016/j. quaint. 2018. 06. 037 (2018).
 13. Roebroeks, W. et al. Landscape modification by Last Interglacial Neanderthals. Sci. Adv. 7, 1–15. https:// doi. org/ 10. 1126/ sciadv. 

abj55 67 (2021).
 14. Scherjon, F., Bakels, C., MacDonald, K. & Roebroeks, W. Burning the land: An ethnographic study of off-site fire use by current 

and historically documented foragers and implications of the interpretation of past fire practices in the landscape. Curr. Anthropol. 
56, 299–326. https:// doi. org/ 10. 1086/ 681561 (2015).

 15. Braadbaart, F., Poole, I., Huisman, H. D. J. & van Os, B. Fuel, fire and heat: An experimental approach to highlight the potential 
of studying ash and char remains from archaeological contexts. J. Archaeol. Sci. 39, 836–847. https:// doi. org/ 10. 1016/j. jas. 2011. 
10. 009 (2012).

 16. Théry-Parisot, I. & Costamagno, S. Proprietes combustibles des ossements: Donnees experimentales et reflexions archeologiques 
sur leur emploi dans les site paleolithiques. Gall. Prehistoire 47, 235–254. https:// doi. org/ 10. 3406/ galip. 2005. 2051 (2005).

 17. Vidal-Matutano, P., Henry, A. & Théry-Parisot, I. Dead wood gathering among Neanderthal groups: Charcoal evidence from Abric 
del Pastor and El Salt (Eastern Iberia). J. Archaeol. Sci. 80, 109–121. https:// doi. org/ 10. 1016/j. jas. 2017. 03. 001 (2017).

 18. MacDonald, K., Scherjon, F., van Veen, E., Vaesen, K. & Roebroeks, W. Middle Pleistocene fire use: The first signal of widespread 
cultural diffusion in human evolution. Proc. Natl. Acad. Sci. USA 118, 1–8. https:// doi. org/ 10. 1073/ pnas. 21011 08118 (2021).

 19. Wiessner, P. W. Embers of society: Firelight talk among the Ju/’hoansi bushmen. Proc. Natl. Acad. Sci. USA 111, 14027–14035. 
https:// doi. org/ 10. 1073/ pnas. 14042 12111 (2014).

 20. Braadbaart, F. et al. Heating histories and taphonomy of ancient fireplaces: A multi-proxy case study from the Upper Palaeolithic 
sequence of Abri Pataud (Les Eyzies-de-Tayac, France). J. Archaeol. Sci. Reports 33, 102468. https:// doi. org/ 10. 1016/j. jasrep. 2020. 
102468 (2020).

 21. Karkanas, P. et al. Evidence for habitual use of fire at the end of the lower Paleolithic: Site-formation processes at Qesem Cave 
Israel. J. Hum. Evol. 53, 197–212. https:// doi. org/ 10. 1016/j. jhevol. 2007. 04. 002 (2007).

 22. Leierer, L. et al. Insights into the timing, intensity and natural setting of Neanderthal occupation from the geoarchaeological study 
of combustion structures: A micromorphological and biomarker investigation of El Salt, unit Xb, Alcoy Spain. PLoS ONE 14, 1–32. 
https:// doi. org/ 10. 1371/ journ al. pone. 02149 55 (2019).

 23. Reidsma, F. H., van Hoesel, A., van Os, B. J. H., Megens, L. & Braadbaart, F. Charred bone: Physical and chemical changes during 
laboratory simulated heating under reducing conditions and its relevance for the study of fire use in archaeology. J. Archaeol. Sci. 
Reports 10, 282–292. https:// doi. org/ 10. 1016/j. jasrep. 2016. 10. 001 (2016).

 24. van Hoesel, A., Reidsma, F. H., van Os, B. J. H., Megens, L. & Braadbaart, F. Combusted bone: Physical and chemical changes 
of bone during laboratory simulated heating under oxidising conditions and their relevance for the study of ancient fire use. J. 
Archaeol. Sci. Reports 28, 102033. https:// doi. org/ 10. 1016/j. jasrep. 2019. 102033 (2019).

 25. Collins, M. et al. The survival of organic matter in bone: A review. Archaeometry 3, 383–394. https:// doi. org/ 10. 1111/ 1475- 4754. 
t01-1- 00071 (2002).

 26. Hedges, R. E. M. Bone diagenesis: An overview of processes. Archaeometry 44, 319–328. https:// doi. org/ 10. 1111/ 1475- 4754. 00064 
(2002).

 27. Behrensmeyer, A., Kidwell, S. & Gastaldo, R. Taphonomy and paleobiology. Paleobiology 26, 103–147. https:// doi. org/ 10. 1017/ 
S0094 83730 00269 07 (2000).

 28. Mamede, A. P., Gonçalves, D., Marques, M. P. M. & Batista de Carvalho, L. A. E. Burned bones tell their own stories: A review of 
methodological approaches to assess heat-induced diagenesis. Appl. Spectrosc. Rev. 53, 603–635. https:// doi. org/ 10. 1080/ 05704 
928. 2017. 14004 42 (2018).

 29. Braadbaart, F., Poole, I. & van Brussel, A. A. Preservation potential of charcoal in alkaline environments: An experimental approach 
and implications for the archaeological record. J. Archaeol. Sci. 36, 1672–1679. https:// doi. org/ 10. 1016/j. jas. 2009. 03. 006 (2009).

https://doi.org/10.5281/zenodo.6772968
https://doi.org/10.5281/zenodo.6772889
https://doi.org/10.5281/zenodo.6772924
https://doi.org/10.5281/zenodo.6772924
https://doi.org/10.1007/S41982-017-0002-6
https://doi.org/10.1080/0067270X.2012.756754
https://doi.org/10.1016/J.JHEVOL.2019.01.010
https://doi.org/10.1073/pnas.1018116108
https://doi.org/10.1038/s41598-019-51433-0
https://doi.org/10.1038/s41598-019-51433-0
https://doi.org/10.1038/s41598-018-28342-9
https://doi.org/10.1038/s41598-018-28342-9
https://doi.org/10.1126/science.1175028
https://doi.org/10.1126/science.1175028
https://doi.org/10.1073/PNAS.1907828116
https://doi.org/10.1016/j.jas.2012.10.016
https://doi.org/10.1016/j.jhevol.2009.02.011
https://doi.org/10.1016/j.jhevol.2009.02.011
https://doi.org/10.1371/journal.pone.0161102
https://doi.org/10.1016/j.quaint.2018.06.037
https://doi.org/10.1016/j.quaint.2018.06.037
https://doi.org/10.1126/sciadv.abj5567
https://doi.org/10.1126/sciadv.abj5567
https://doi.org/10.1086/681561
https://doi.org/10.1016/j.jas.2011.10.009
https://doi.org/10.1016/j.jas.2011.10.009
https://doi.org/10.3406/galip.2005.2051
https://doi.org/10.1016/j.jas.2017.03.001
https://doi.org/10.1073/pnas.2101108118
https://doi.org/10.1073/pnas.1404212111
https://doi.org/10.1016/j.jasrep.2020.102468
https://doi.org/10.1016/j.jasrep.2020.102468
https://doi.org/10.1016/j.jhevol.2007.04.002
https://doi.org/10.1371/journal.pone.0214955
https://doi.org/10.1016/j.jasrep.2016.10.001
https://doi.org/10.1016/j.jasrep.2019.102033
https://doi.org/10.1111/1475-4754.t01-1-00071
https://doi.org/10.1111/1475-4754.t01-1-00071
https://doi.org/10.1111/1475-4754.00064
https://doi.org/10.1017/S0094837300026907
https://doi.org/10.1017/S0094837300026907
https://doi.org/10.1080/05704928.2017.1400442
https://doi.org/10.1080/05704928.2017.1400442
https://doi.org/10.1016/j.jas.2009.03.006


14

Vol:.(1234567890)

Scientific Reports |        (2022) 12:17544  | https://doi.org/10.1038/s41598-022-21622-5

www.nature.com/scientificreports/

 30. Karkanas, P. All about wood ash: Long-term fire experiments reveal unknown aspects of the formation and preservation of ash 
with critical implications on the emergence and use of fire in the past. J. Archaeol. Sci. 135, 105476. https:// doi. org/ 10. 1016/j. jas. 
2021. 105476 (2021).

 31. Weiner, S. Microarchaeology: Beyond The Visible Archaeological Record (Cambridge University Press, 2010). https:// doi. org/ 10. 
1017/ CBO97 80511 811210.

 32. Lee-Thorp, J. & Sealy, J. Beyond documenting diagenesis: The fifth international bone diagenesis workshop. Palaeogeogr. Palaeo-
climatol. Palaeoecol. 266, 129–133. https:// doi. org/ 10. 1016/j. palaeo. 2008. 03. 025 (2008).

 33. León-López, A. et al. Hydrolyzed collagen: Sources and applications. Molecules 24, 1–16. https:// doi. org/ 10. 3390/ molec ules2 42240 
31 (2019).

 34. Pestle, W. J. Chemical, elemental, and isotopic effects of acid concentration and treatment duration on ancient bone collagen: An 
exploratory study. J. Archaeol. Sci. 37, 3124–3128. https:// doi. org/ 10. 1016/j. jas. 2010. 07. 013 (2010).

 35. Lamichhane, S., Bal Krishna, K. C. & Sarukkalige, R. Polycyclic aromatic hydrocarbons (PAHs) removal by sorption: A review. 
Chemosphere 148, 336–353. https:// doi. org/ 10. 1016/j. chemo sphere. 2016. 01. 036 (2016).

 36. White, T. D. & Folkens, P. A. The Human Bone Manual (Elsevier, 2005). https:// doi. org/ 10. 1016/ C2009-0- 00102-0.
 37. Waterhouse, K. The effect of weather conditions on burnt bone fragmentation. J. Forensic Leg. Med. 20, 489–495. https:// doi. org/ 

10. 1016/j. jflm. 2013. 03. 016 (2013).
 38. Grupe, G. & Harbeck, M. Taphonomic and Diagenetic Processes. In Handbook of Paleoanthropology (eds Henke, W. & Tattersall, 

I.) 417–439 (Springer, 2015). https:// doi. org/ 10. 1007/ 978-3- 642- 39979-4_7.
 39. Maurer, A.-F., Person, A., Tütken, T., Amblard-Pison, S. & Ségalen, L. Bone diagenesis in arid environments: An intra-skeletal 

approach. Palaeogeogr. Palaeoclimatol. Palaeoecol. 416, 17–29. https:// doi. org/ 10. 1016/j. palaeo. 2014. 08. 020 (2014).
 40. van Os, B., de Kort, J. W. & Huisman, H. A qualitative approach for assessment of the burial environment by interpreting soil 

characteristics: A necessity for archaeological monitoring. Conserv. Manag. Archaeol. Sites 14, 333–340. https:// doi. org/ 10. 1179/ 
13505 03312Z. 00000 000029 (2012).

 41. Shipman, P., Foster, G. & Schoeninger, M. Burnt bones and teeth: An experimental study of color, morphology, crystal structure 
and shrinkage. J. Archaeol. Sci. 11, 307–325. https:// doi. org/ 10. 1016/ 0305- 4403(84) 90013-X (1984).

 42. Wärmländer, S. K. T. S., Varul, L., Koskinen, J., Saage, R. & Schlager, S. Estimating the temperature of heat-exposed bone via 
machine learning analysis of SCI color values: A pilot study. J. Forensic Sci. 64, 190–195. https:// doi. org/ 10. 1111/ 1556- 4029. 13858 
(2019).

 43. Krap, T. et al. (2019) Colourimetric analysis of thermally altered human bone samples. Sci. Reports 91(9), 1–10. https:// doi. org/ 
10. 1038/ s41598- 019- 45420-8 (2019).

 44. Ellingham, S. T. D., Thompson, T. J. U., Islam, M. & Taylor, G. Estimating temperature exposure of burnt bone: A methodological 
review. Sci. Justice 55, 181–188. https:// doi. org/ 10. 1016/j. scijus. 2014. 12. 002 (2015).

 45. Mkukuma, L. D. et al. Effect of the proportion of organic material in bone on thermal decomposition of bone mineral: An investiga-
tion of a variety of bones from different species using thermogravimetric analysis coupled to mass spectrometry, high-temperature 
X-ray diffraction, and Fourier Transform infrared spectroscopy. Calcif. Tissue Int. 75, 321–328. https:// doi. org/ 10. 1007/ s00223- 
004- 0199-5 (2004).

 46. Lebon, M. et al. New parameters for the characterization of diagenetic alterations and heat-induced changes of fossil bone mineral 
using Fourier transform infrared spectrometry. J. Archaeol. Sci. 37, 2265–2276. https:// doi. org/ 10. 1016/j. jas. 2010. 03. 024 (2010).

 47. Thompson, T. J. U., Gauthier, M. & Islam, M. The application of a new method of Fourier transform infrared spectroscopy to the 
analysis of burned bone. J. Archaeol. Sci. 36, 910–914. https:// doi. org/ 10. 1016/j. jas. 2008. 11. 013 (2009).

 48. Thompson, T. J. U. The Analysis of Heat-Induced Crystallinity Change in Bone. In The Analysis of Burned Human Remains 323–337 
(Academic Press, 2015). https:// doi. org/ 10. 1016/ B978-0- 12- 800451- 7. 00018-8.

 49. Piga, G. et al. Understanding the crystallinity indices behavior of burned bones and teeth by ATR-IR and XRD in the presence of 
bioapatite mixed with other phosphate and carbonate phases. Int. J. Spectrosc. 1–9, 2016. https:// doi. org/ 10. 1155/ 2016/ 48101 49 
(2016).

 50. Gallo, G. et al. Characterization of structural changes in modern and archaeological burnt bone: Implications for differential 
preservation bias. PLoS ONE 16, 1–23. https:// doi. org/ 10. 1371/ journ al. pone. 02545 29 (2021).

 51. Reidsma, F. H. et al. Making the invisible stratigraphy visible: A grid-based, multi-proxy geoarchaeological study of Umhlatuzana 
rockshelter South Africa. Front. Earth Sci. 9, 1–21. https:// doi. org/ 10. 3389/ feart. 2021. 664105 (2021).

Acknowledgements
The author would like to thank Wil Roebroeks, Amanda Henry (both Leiden University), and Bertil van Os 
(RCE) for their support and feedback at various stages of this research. Thanks also goes out to Alexander Ver-
poorte (Leiden University) for his help streamlining the manuscript. Igor Djakovic and Roosmarie Vlaskamp are 
thanked for their assistance with sample photography and editing, and Alex Brandsen is thanked for his support 
with R data visualisation (all Leiden University). Joeri Kaal (Pyrolyscience) is gratefully acknowledged for his 
work on the generation and initial data processing of the py-GCMS data. Laboratory support was generously 
provided by Jessica Palmer, Eric Mulder (both Leiden University), Suzan de Groot (RCE), Coen Mulder, Jan van 
Tongeren, and Anita van Leeuwen-Tolboom (all Geolab, Utrecht University). Finally, the late Freek Braadbaart 
is thanked for providing the original spark. The project was funded by the Koninklijke Nederlandse Akademie 
van Wetenschappen (knaw.nl), Academy Professor Prize program 2013, awarded to Wil Roebroeks.

Author contributions
All aspects of the study were designed and executed by FHR.

Competing interests 
The author declares no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https:// doi. org/ 
10. 1038/ s41598- 022- 21622-5.

Correspondence and requests for materials should be addressed to F.H.R.

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

https://doi.org/10.1016/j.jas.2021.105476
https://doi.org/10.1016/j.jas.2021.105476
https://doi.org/10.1017/CBO9780511811210
https://doi.org/10.1017/CBO9780511811210
https://doi.org/10.1016/j.palaeo.2008.03.025
https://doi.org/10.3390/molecules24224031
https://doi.org/10.3390/molecules24224031
https://doi.org/10.1016/j.jas.2010.07.013
https://doi.org/10.1016/j.chemosphere.2016.01.036
https://doi.org/10.1016/C2009-0-00102-0
https://doi.org/10.1016/j.jflm.2013.03.016
https://doi.org/10.1016/j.jflm.2013.03.016
https://doi.org/10.1007/978-3-642-39979-4_7
https://doi.org/10.1016/j.palaeo.2014.08.020
https://doi.org/10.1179/1350503312Z.00000000029
https://doi.org/10.1179/1350503312Z.00000000029
https://doi.org/10.1016/0305-4403(84)90013-X
https://doi.org/10.1111/1556-4029.13858
https://doi.org/10.1038/s41598-019-45420-8
https://doi.org/10.1038/s41598-019-45420-8
https://doi.org/10.1016/j.scijus.2014.12.002
https://doi.org/10.1007/s00223-004-0199-5
https://doi.org/10.1007/s00223-004-0199-5
https://doi.org/10.1016/j.jas.2010.03.024
https://doi.org/10.1016/j.jas.2008.11.013
https://doi.org/10.1016/B978-0-12-800451-7.00018-8
https://doi.org/10.1155/2016/4810149
https://doi.org/10.1371/journal.pone.0254529
https://doi.org/10.3389/feart.2021.664105
https://doi.org/10.1038/s41598-022-21622-5
https://doi.org/10.1038/s41598-022-21622-5
www.nature.com/reprints


15

Vol.:(0123456789)

Scientific Reports |        (2022) 12:17544  | https://doi.org/10.1038/s41598-022-21622-5

www.nature.com/scientificreports/

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

http://creativecommons.org/licenses/by/4.0/

	Laboratory-based experimental research into the effect of diagenesis on heated bone: implications and improved tools for the characterisation of ancient fire
	Methods
	Results
	The effect of different pH conditions
	Acidic conditions: pH 3. 
	Alkaline conditions: pH 12. 
	Neutral conditions: pH 7. 

	Processes underlying pH exposure
	Discussion
	Preservation. 
	Reconstructing heating conditions. 
	Implications. 

	Conclusion
	References
	Acknowledgements


