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Isotopic analysis of formula milk 
reveals potential challenges 
in geolocating bottle‑fed babies
Lisette M. Kootker  1,2*, Saskia T. M. Ammer  1,2, Gareth R. Davies  1,2 & Christine Lehn  3

In forensic investigations involving the identification of unknown deceased individuals, isotope 
analysis can provide valuable provenance information. This is especially pertinent when primary 
identifiers (i.e., DNA, dactyloscopy, etc.) fail to yield matches. The isotopic composition of human 
tissues is linked to that of the food consumed, potentially allowing the identification of regions of 
origin. However, the isotopic composition of deceased newborns and infants fed with milk formula 
may be influenced by that of the prepared milk. The findings contribute towards the possibility to 
isotopically identify bottle-fed infants. More importantly, the data convincingly show that the Sr 
isotope composition of the prepared milk is determined by that of the formula and not the (local) 
tap water, thereby limiting the potential of Sr isotope analysis for determining the geological or 
geographical origin in formula-fed babies in medico-legal cases.

Infanticide and neonaticide, complex and distressing phenomena that are often influenced by a combination 
of social, cultural, economic, and psychological factors, are historically documented in various cultures and 
societies1. Although intentional killing of children is illegal, some countries, including the Netherlands, have 
seen a fluctuating but slightly upward trend in infanticide or neonaticide cases2,3. Based on 2020 data from the 
WHO Mortality Database, between 0.3 (United Kingdom) and 5.6 (Latvia) children under 1 year were murdered 
per 100,000 inhabitants in Europe, slightly less than in the United States (6.2 per 100,000 inhabitants)4. In the 
Netherlands, the death rate fluctuates between 0.6 in 2013 and 2018 (N = 1), and 4.2 in 2020 (N = 7). Eleven 
cases (1.4 per 100,000 inhabitants) were reported in Germany in 2020, showing a significant decline since 2001 
(N = 28, 3.7 per 100,000 inhabitants).

In the context of medicolegal cases, the remains of deceased infants in different stages of decomposition 
are occasionally discovered. These cases are not limited to instances of intentional homicide involving young 
children but may also encompass the (illegal) disposal of stillborn infants. Without any indications of the bio-
logical mother, a positive identification of the deceased is often impossible. However, recent developments in 
DNA research allow the suspected biological mother to be apprehended and detained years after the incident, 
as demonstrated in the Netherlands in 2022 where a woman was suspected of infanticide and the disposal of the 
boy’s body 15 years earlier in 2006 (’Sem Vijverberg’), after the cold case was brought to the public’s attention 
in 2021. Unfortunately, there are many cases where positive identification through primary identifiers or DNA 
is impossible. In such instances, isotopic analysis can provide new information to aid forensic investigations.

Several radiogenic and stable isotope systems, inter alia strontium (87Sr/86Sr), lead (20xPb/20xPb), oxygen (δ18O), 
nitrogen (δ15N), hydrogen (δ2H), carbon (δ13C), and sulphur (δ34S), provide valuable information about human 
diet and geographical provenance5–14. Isotopic research on human or faunal remains is based on the premise ‘you 
are (isotopically) what you eat’. This principle is related to the fact that these elements are incorporated into the 
human body through food and drinking water15. Isotopic data on keratin, collagen, and bioapatite are interpreted 
by comparing the human isotope data with the ’local’ isotopic signatures of the environment, allowing to deter-
mine whether the human isotopic data obtained are compatible with a certain country or region using databases 
containing relevant reference isotopic data or relevant predictive maps of the isotopic landscape (‘isoscape’)16–19.

Since 2014, a collaborative effort involving Vrije Universiteit Amsterdam, the Netherlands Forensic Institute 
(NFI), and Ludwig-Maximilians-Universität München has been conducted to perform multi-isotopic analysis 
on 12 forensic cases involving the skeletonised remains of newborns, presumed to be either stillborn or killed 
shortly after birth, from the Netherlands and Germany. The primary objective of these investigations was to 
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gain insight into the geographical origin of their birth mother. An optimal approach to ascertain the geographic 
origin and circumstances of the mother of the child involves the collection of multiple tissue samples, including 
hair or nails, ribs, and femurs of the newborn. These samples were analysed using stable C-N-S-H isotope and 
radiogenic Sr-Pb isotope analysis, allowing valuable insights into the provenance of the mother and child during 
and possibly shortly after pregnancy due to the formation of these tissues at various stages of life.

For these newborns, bone formation and growth and hair growth occurred during pregnancy. The develop-
ment of the scalp hair follicles of the foetus begins around 3 to 5 months in utero, and hair growth starts around 
the 6th month of pregnancy, with the highest growth rate in the last trimester, though exact foetal hair growth 
rates are unknown20–22. Therefore, the hair tips carry information from an earlier stage of pregnancy compared to 
the proximal hair section. The bones contain the isotopic information of approximately the last 3–4 weeks of life 
due to their rapid turnover rates during foetus growth7. The Sr-C-N-S-H isotope compositions therefore reflects 
the mother’s diet during pregnancy, albeit that C-N-S-H undergo isotopic fractionation controlled by metaboli-
cally processes, potentially offering information on the geographical origin of the mother. The incorporation 
mechanisms for lead (Pb), a toxic metal, are more intricate. Lead accumulates in the body, predominantly stored 
in bones. During pregnancy and the postnatal period, Pb is mobilised from the mother’s bones and released back 
into the bloodstream, representing the dominant source of exposure to the developing foetus23. Consequently, 
the Pb found in foetal and breastfed newborn tissues reflects the mother’s Pb that could have been consumed 
several years before pregnancy. Thus, Pb isotope ratios serve as indicators of mother’s origin before and possibly 
during pregnancy.

Determining the precise age at death for skeletonised newborns poses challenges. If they survived for several 
days or weeks, they must have been breastfed or milk formula fed. The bone turnover rate during the first months 
after birth is high, due to the rapid and dynamic growth in this early stage of life. For example, from the fifth to 
the 30th day after birth, the child’s bone mass increases on average by 25%, and the annual remodelling rate of the 
bone material is c. 300% in the first year of life24. However, precise percentages of bone growth during this period 
remain elusive, primarily due to the multifaceted nature of contributing factors, including maternal health during 
pregnancy (e.g., smoking, alcohol or drug abuse), gestational age, birth weight, among others. Nevertheless, the 
swift turn-over rate implies a very rapid incorporation and expansion of nutritional components into the bone 
tissues and a complete replacement of the "old" bone material from the foetal phase of life with "new" material 
from the postnatally ingested food. If the child is fully breastfed after delivery, it continues to receive elements 
from a maternal source. If the child is instead fed industrial infant formula, the isotopic signatures in growing 
infant body tissues match the isotopic signature of the postnatally fed infant formula, presumably after a few 
weeks. Significant intra-individual tissue variabilities in the newborn may result from changes in the mother’s 
diet during pregnancy, potentially indicating a change of residence. However, if the newborn lived for several 
days or weeks after birth, the observed shifts in isotopic signatures between hair and bone and between differ-
ent skeletal elements (e.g., rib-femur) could also be due to the isotopic composition of the milk formula used.

At birth, the hair δ13C values of newborns are strongly associated with the isotopic signature of maternal hair, 
whereas the δ15N values are enriched by about 1‰25. The supply of breast milk leads to a further increase in hair 
δ13C and δ15N of 1–2‰ and 2–3‰ respectively in the neonatal body tissues compared to that of the mother26,27. 
In addition, a notable difference of c. 5‰ for δ13C and 4‰ for δ15N is observed between maternal milk and 
the infant’s tissues28. In contrast, the Sr-Pb isotope compositions in breastfed newborns resemble those of the 
mother, as these elements do not undergo significant kinetic fractionation during metabolism. The nutritional 
composition of milk formula varies between brands, and despite the similarities in composition between cow 
milk-based infant formulas and human milk, there are notable differences in the nutritional content of formula 
and breast milk. For example, there are differences in the casein:whey ratio, which is approximately 80:20 in 
infant formula, and 10:90 in colostrum to 40:60 in mature breast milk. Furthermore, there are variations in the 
types of casein and whey proteins present, as well as in the percentage of non-protein nitrogen29.

To allow for the most accurate identification of geological origin in (newborn) infants, it is of utmost signifi-
cance to establish the elemental concentrations and isotopic composition among different brands of milk formula. 
Typically, formula milk is made by mixing industrial milk powder with (tap) water. Although the addition of 
water has a negligible effect on the C-N-S isotope composition of the resulting milk, it does influence the 87Sr/86Sr 
due to the distinct concentrations of strontium and the strontium isotope ratios present in the two components.

Therefore, in this study, the elemental concentration and isotopic composition of Sr-C-N-S of 10 commercially 
available cow milk formulas (PRE or step 1, 0–6 months) from the Netherlands and Germany are analysed to 
understand the potential impact of infant formula feeding on the isotopic composition in the body tissues of 
newborns. Isotopic mixing models are created based on new Sr isotope and concentration data [Sr] from tap 
water from Germany and previously published data from the Netherlands19. Ultimately, the study aims to deter-
mine whether isotopic analysis in forensic investigations could be beneficial in cases related to deceased infants.

Results
The results are presented in Tables 1 and 2. The 87Sr/86Sr of the baby formula range from 0.70900 (Kruidvat) to 
0.71248 (Hero Baby), the [Sr] between 4.35 (Nutrilon) and 6.29 ppm (Babylove). The Munich tap water sample 
has a 87Sr/86Sr of 0.70803, and a [Sr] of 0.206 ppm (ng/mg−1); relatively low compared to that of the cow milk 
formulae.

The C-N-S isotope values are variable, but the variation is considerably less in the Dutch formula brands 
(Supplementary data). The δ13Cbulk data vary between − 27.3‰ (Babydream) and − 24.6‰ (Milasan). All Dutch 
brands exhibit intermediate δ13Cbulk values with limited variation, ranging from − 25.6‰ (Albert Heijn) to 
− 25.2‰ (Kruidvat). A similar trend is observed in the δ15Nbulk data, with greater variations in the German 
brands (3.7 to 5.2‰) compared to the Dutch brands (5.0 to 5.8‰). The δ34Scasein data are comparable and show 
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similar variation both the German and Dutch brands (1.4 and 1.2‰ respectively). In contrast, larger variations 
(3.3 and 1.0‰ respectively) are observed in the δ34Swhey data. In general, all German brands exhibit significant 
wider ranges in C-N-S isotope data (x ̅ = 2.5‰) compared to the Dutch brands (x ̅ = 1.2‰).

Discussion
Variability in the 87Sr/86Sr of milk formulas was anticipated due to the diverse geographical origins of their 
constituent raw materials across Europe. Nevertheless, the high 87Sr/86Sr observed in Hero Baby formula was 
noteworthy. Upon enquiry, it was disclosed that Hero Baby (now rebranded as Hero Nutrasense) formula is 
manufactured in Sweden. This accounts for the elevated radiogenic strontium ratios identified in this study due 
to the ancient regional geology30. In manufacture, Hero utilizes multiple herds, albeit all originating from Sweden. 
If the milk from other companies also comes from multiple farms, this could potentially result in variation in 
87Sr/86Sr between different product batches.

Table 1.   Sr concentration and isotope data of industrial milk formula brands for newborns from Germany 
(DE) and the Netherlands (NL) and tap waters. Data from tap waters marked with an * are taken from Kootker 
et al.19. 2SE two standard error.

[Sr] (ppm) 87Sr/86Sr 2SE

Formula Hipp Bio 5.54 0.709275 0.000007

Germany

Milasan 5.69 0.709152 0.000007

Aptamil 5.39 0.709305 0.000006

Babydream 5.41 0.709556 0.000007

Babylove 6.29 0.709268 0.000008

Bebivita 5.07 0.709283 0.000008

Mean 5.57

Formula Albert Heijn 5.20 0.709144 0.000007

The Netherlands

Kruidvat 5.02 0.708998 0.000006

Nutrilon 4.35 0.709752 0.000008

Hero Baby 5.41 0.712479 0.000008

Mean 5.00

Tap water

Munich (DE) 0.21 0.708029 0.000008

Velp (NL)* 0.04 0.709224 0.000006

’s-Gravenhage (NL)* 0.22 0.709066 0.000008

Ouddorp (NL)* 0.36 0.708782 0.000007

Susteren (NL)* 0.13 0.710720 0.000007

Mean 0.19

Table 2.   δ13C, δ15N and δ34S (in ‰) of ten industrial milk formula brands for newborns from Germany and 
the Netherlands.

Formula

δ13C (‰) δ15N (‰) δ34S (‰)

Bulk Casein Whey Lactose Lipid Bulk Casein Whey Casein Whey

Hipp Bio − 26.9 − 27.2 − 25.1 − 24.9 − 28.0 3.7 4.5 4.7 4.3 5.0

Milasan − 24.6 − 24.9 − 21.6 − 22.1 - 4.3 5.0 5.4 4.6 4.5

Aptamil − 25.5 − 26.4 − 22.7 − 23.6 − 27.3 4.7 5.5 5.6 4.9 4.9

Babydream − 27.3 − 28.2 − 26.8 − 25.8 - 5.1 6.1 6.4 4.5 5.8

Babylove − 26.5 − 28.1 − 25.4 − 24.5 - 5.2 6.0 6.4 5.7 7.8

Bebivita − 25.4 − 27.9 − 22.3 − 22.6 - 4.8 5.7 5.4 4.8 5.5

Mean German brands − 26.0 − 27.1 − 24.0 − 23.9 − 27.7 4.6 5.5 5.7 4.8 5.6

Albert Heijn − 25.6 − 25.7 − 22.9 − 24.4 − 27.9 5.1 5.7 5.7 4.1 4.6

Kruidvat − 25.2 − 25.3 − 24.7 − 22.6 − 29.8 5.5 6.1 6.0 4.5 4.5

Nutrilon − 25.4 − 24.9 − 22.8 − 23.0 − 28.9 5.8 5.9 5.7 4.7 4.4

Hero Baby − 25.6 − 26.6 − 23.3 − 23.8 − 28.7 5.0 5.2 5.6 5.3 5.4

Mean Dutch brands − 25.5 − 25.6 − 23.4 − 23.4 − 28.8 5.4 5.7 5.8 4.6 4.7

Grand mean − 25.8 − 26.5 − 23.7 − 23.7 − 28.4 4.9 5.6 5.7 4.7 5.2

Standard deviation (1 s) 0.8 1.3 1.6 1.2 0.9 0.6 0.5 0.5 0.5 1.0
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To calculate the Sr isotope composition of a single bottle of formula milk (comprising 30 ml tap water and 1 
scoop of formula, totalling 4.6 g), an isotope mixing equation (Eq. 1) was employed. This equation incorporated 
previously published 87Sr/86Sr for tap water from the Netherlands and newly generated data for Munich tap water 
(Table 2). The resulting 87Sr/86Sr of the formula milk for all brands, in conjunction with the five tap water sources, 
are tabulated in Table 3 and depicted in Fig. 1.

The variation in 87Sr/86Sr of the resultant milk was relatively minor when compared to the raw milk formu-
las 87Sr/86Sr (Table 1). These variations ranged from 0.0000 (Velp tap water + Hipp bio, for example) to 0.0011 
(Ouddorp tap water + Hero Baby). In contrast, significantly larger disparities were observed between the 87Sr/86Sr 
of the resulting milk and the respective tap water sources, ranging from 0.0000 (Velp tap water + Hipp bio, for 
instance) to as high as 0.0036 (Munich tap water + Hero Baby).

The minimal difference in Sr isotopic composition between the generated milk and the raw materials can 
be attributed to the high Sr concentration in milk formula. The average Sr concentration in cow’s milk formula 
(x ̅ = 5.3 ppm) is, on average, 15 to 120 times higher than that in the tap water used in this study (x ̅ = 0.191 ppm). 
Consequently, the 87Sr/86Sr of the formula strongly determines that of the resulting milk.

For this research, the lead (Pb) isotope composition was not determined. However, the concentration meas-
urements showed a 3 to c. 8000 times higher abundance of lead in the formulae (0.012–3.25 ppm) compared to 
the various tap waters (0.000–0.004 ppm: Supplementary Data). Although this is a significantly lower abundance 
compared to the observed Sr concentrations (4.35–6.29 ppm and 0.04–0.36 ppm respectively), it is significant 

Table 3.   Calculated 87Sr/86Sr of resulting milk using the isotope mixing Eq. 1.

Formula

Tap water sources

Max–minMunich Velp ’s-Gravenhage Ouddorp Susteren

Hipp Bio 0.709031 0.709272 0.709232 0.709129 0.709461 0.000429

Milasan 0.708937 0.709155 0.709135 0.709044 0.709349 0.000412

Aptamil 0.709250 0.709539 0.709452 0.709322 0.709709 0.000459

Babydream 0.709051 0.709301 0.709255 0.709148 0.709491 0.000440

Babylove 0.709050 0.709266 0.709230 0.709136 0.709435 0.000386

Bebivita 0.709020 0.709279 0.709235 0.709125 0.709482 0.000463

Albert Heijn 0.708914 0.709148 0.709127 0.709032 0.709358 0.000444

Kruidvat 0.708793 0.709011 0.709014 0.708930 0.709240 0.000446

Nutrilon 0.709345 0.709719 0.709581 0.709413 0.709905 0.000561

Hero Baby 0.711593 0.712315 0.711761 0.711366 0.712248 0.000882

Water 0.708029 0.709224 0.709066 0.708782 0.710720 0.002691
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0.7088

0.7098

0.7108

0.7118

0.7128

Formula Munich (0.21
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Figure 1.   87Sr/86Sr of the milk formula, the tap water samples, and of the resultant milk. The two standard error 
(2SE) bars are smaller than the symbols used.
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enough to conclude that, similar to the Sr isotope system, the Pb of the formula will dominate a baby’s bone 
isotope signatures very quickly.

The implications of these findings are profound for the application of the strontium isotope system in forensic 
investigations, particularly in cases involving very young infants. To successfully use Sr isotope data to geolo-
cate the deceased infant’s mother, it is essential to determine age-at-death, and the primary food source at and 
prior to death accurately and precisely. In situations involving neonates who passed away before, during, or 
shortly after birth, the 87Sr/86Sr in bone and hair tissues will mirror those of the biological mother. However, in 
older individuals fed with formula milk for extended periods, spanning weeks or even months, the 87Sr/86Sr in 
their bones may be partially overwritten by the 87Sr/86Sr of the formula due to the rapid turnover rate of bones. 
Consequently, after a few weeks, the 87Sr/86Sr in their tissues will no longer accurately represent the geological 
origin of the mother but instead reflect the composition of the formula milk used. Therefore, it is crucial for the 
interpretation of the Sr isotope data from newborns to determine the main source of milk after birth. In this 
context the stable isotope data are vital.

Previous studies reported isotopic enrichments of 1–2‰ for δ13C and 2–3‰ for δ15N in breastfed infant’s 
keratinous tissues compared to maternal keratinous tissue values, and a difference of approximately 4–5‰ for 
δ13C and 3–5‰ for δ15N between the isotopic composition of milk (maternal and formula) and that of the infant’s 
keratinous tissues up to c. 4 weeks after birth26,28. It must be noted, however, that the number of reference data 
are limited, with only one for the maternal—formula milk offset. In addition, differences in enrichment between 
countries must be expected due to the cultural differences in diet. Moreover, the maximum enrichment of ca. 
5–6‰ in carbon and nitrogen will be reached > 4 weeks31. Thus, isotopic shifts between infant and mother are 
expected, but the range of variation is not yet well understood and requires more in-depth research. However, 
for this study, it is anticipated that young infants in the Netherlands and Germany, exclusively fed with the 
investigated cow milk formula up to c. 17 weeks when solids foods are introduced, could exhibit δ13C values of 
approximately − 21 to − 22‰ and a δ15N value of around 8 to 10‰ (mean formula δ13Cbulk and δ15Nbulk values 
plus respectively 4–5‰ and 3–5‰ shifts, mirroring previously published data26,31).

Figure 2 shows the mean δ13C and δ15N values (± 2 s) of previously published breast milk and hair from 
exclusively breastfed infants (up to 4 weeks after birth), together with the mean ± 2 s bulk data of the Dutch and 
German milk formula, the isotopic values of hair samples obtained from 25 forensic cases in Germany of which 
most died immediately after birth without being nourishing with formula or breast milk (mean ± 2 s, with a range 
from − 21.6 to − 18.8‰ for δ13C and 8.9‰ to 10.2‰ for δ15N, respectively), and predicted δ13C and δ15N for milk 
formula fed babies up to c. 4 weeks using a theoretical + 4.5 ± 0.5‰ for δ13C and + 4.0 ± 1.0‰ for δ15N shifts26.

The carbon and nitrogen isotope values of the forensic hair samples representing the maternal isotope sig-
nature exhibit an average enrichment of + 5.4‰, and + 4.9‰ respectively, in comparison to the δ13C and δ15N 
data of the milk formula analysed in this study. Similarly, these values are enriched by + 4.3‰, and + 3.3‰, 
respectively, when compared to breastmilk data28. These values align with previously published data for breastfed 
newborns during the first weeks after birth. The theoretical δ13C and δ15N values of unweaned bottle-fed infants 
are slightly depleted in comparison to the hair of breastfed infants (− 21.3‰ and − 20.2‰ for δ13C, and 8.9‰ 
and 9.7‰ for δ15N, respectively).

The data presented here show the opportunity for statistical analyses to identify milk formula fed infants, 
and potentially the type or even geographical origin of the source milk, in larger actualistic datasets. Impor-
tantly, determining the maternal δ13C and δ15N values could hold significance in forensic investigations related 
to maternal geolocation, as demonstrated in previous research32. If the primary source of milk (maternal vs. 
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Figure 2.   Reference mean ± 2 s carbon and nitrogen isotope values of formula milk (this study) and 
breastmilk25,28, hair from newborns28 and newborns from forensic cases (this study), and theoretical data of 
bottle fed babies with formula milk used in this study.
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industrial) cannot be determined, the hair tips of deceased newborns or infants can be targeted for analysis, as 
they are formed during pregnancy and carry the maternal Sr-C-N-S isotopic composition, provided the baby’s 
hair has not yet undergone shedding (neonatal occipital alopecia, or NOA).

Unfortunately, comparative δ34S data are currently scarce33, as are C-N isotope data from other countries in 
Europe, further underlining the need for more research on C-N-S isotopic fractionation between formula and 
breastmilk, and baby tissues.

Conclusions
This study reports the Sr-C-N-S isotope composition of industrial milk formulas from Germany and the Neth-
erlands. Generally, the δ13C and δ15N values of the milk formulas are comparatively depleted relative to those 
inherent in maternal milk. Consequently, by applying a comparable trophic enrichment observed between the 
milk samples and newborns’ hair, it is anticipated that hair samples from exclusively industrial formula milk fed 
infants will manifest lower δ13C, and potentially lower δ15N compared to infants who are breastfed.

Utilizing an isotope mixing equation incorporating tap water data from the Netherlands and Munich, the 
study establishes that the relatively high Sr content of milk formula (4.35–6.29 ppm) has a major influence on 
the 87Sr/86Sr of milk formula. The implications of these findings in forensic investigations, especially concerning 
young infants, are significant. The study emphasized the importance of accurately determining age-at-death 
and primary food source (maternal or formula milk) in forensic cases involving neonates. In cases of extended 
formula feeding, the 87Sr/86Sr in hair and bones is expected be influenced by the formula, strongly impacting, 
even limiting, the applicability of Sr isotope analysis as a tool to geolocate the infant or the birthmother. This 
necessitates the need to continue building actualistic C-N-S isotope datasets of breastmilk, and (keratinous) 
tissues from exclusively breastmilk fed babies and milk formula fed babies, to enable the isotopic differentiation 
between breastfed and formula milk fed babies.

Material and methods
A total of ten brands of baby formula from Germany (N = 6) and the Netherlands (N = 4) were analysed (Table 1 
and Supplementary data). Baby formulas were purchased in 2021. The powder of the German brands was sent in 
50 ml vials to the Vrije Universiteit Amsterdam for the analysis of Sr isotopes and 50 ml of Dutch milk powders 
were sent to the Ludwig-Maximilians-Universität in München for the analysis of C-N-S isotopes.

Stable isotope analysis
For bulk analysis of C-N-S isotopes, 3 mg of formula were weighted into tin capsules. For lipid carbon isotope 
analyses lipid was extracted from 1 g formula using petroleum ether. After evaporation, 2 mg were weighted 
into tin capsules. All samples were analysed in quadruplicate. Casein was precipitated from the lipid-free solu-
tion of 5 g of formula dissolved within 10 ml of water by acidification with 0.1 N HCl to pH 4.3 and subsequent 
centrifugation. The precipitate was rinsed with water and lyophilised. The supernatant and washings were com-
bined and lyophilised. This residue consisted of lactose and whey proteins. To precipitate the whey protein, the 
dried residue was dissolved in deionized water, heated, and sodium tungstate and 0.1 N H2SO4 were added. The 
protein was subsequently separated from the supernatant by centrifugation. The supernatant was then lyophilised 
to obtain the lactose.

Stable C-N-S isotope ratios of the samples were determined using an Elementar Vario Cube EL instru-
ment (Elementar Analysensysteme GmbH, Hanau, Germany) connected with an Isoprime mass spectrometer 
(Isoprime Ltd. Cheadle Hulme, UK) or an Elementar Pyrocube connected with an Isoprime VisIon mass spec-
trometer at Isolab GmbH, Schweitenkirchen, Germany, following established protocols34. For δ15N and δ34S, 
scale calibrations with organic reference materials (collagen) were performed (USGS 88 and 89 for both δ15N 
and δ34S)35. In addition, a casein standard characterised by the working group ‘Stable Isotope Analytics’ of the 
Gesellschaft Deutscher Chemiker (GDCh) was used36. Scale calibration for δ13C was performed with NIST SRM 
22 and IRMM-BCR 657, in addition to USGS88 and USGS89 collagen and casein samples37. All δ values were 
indicated in per mil (‰) relative to international reference standards, δ13CVPDB, δ15NVAIR and δ34SVCDT. Analytical 
precisions using measurements in at least triplicate were ± 0.1‰ for δ13C, ± 0.2‰ for δ15N, and ± 0.3‰ for δ34S.

Radiogenic isotope analysis
Between 218 and 252 mg of formula was weighted into acid-precleaned 7 ml Savillex PFA vials and transferred 
to the USA class 100 (ISO 5) clean laboratory with USA class 10 laminar flow hoods (ISO 4) at the Vrije Univer-
siteit Amsterdam. Here, 5 ml 3 M HNO3, 5 ml 6–7 M HCl and c. 300 µl H2O2 was added to remove all organic 
fractions and to completely dissolve the samples in closed beakers at 120 °C. In addition, circa 5 ml of tap water 
was collected in an acid-precleaned 7 ml Savillex PFA. All samples were dried overnight on a hot plate at 120 °C 
and subsequently redissolved in 500 µl 3 M HNO3. Depending on the sample weight, an aliquot of c. 20 µl was 
taken and together with ca. 180 µl 5% HNO3 collected in acid cleaned ICP Exetainer® vials for the measurement 
of elemental concentrations. For the Munich water sample, a 2 ml aliquot of the stock tap water sample was 
pipetted into a 10 ml acid cleaned ICP Exetainer® vial and acidified with 118 µl 14 M HNO3 to make a solution 
of 5% HNO3.

Strontium was extracted using standard ion-exchange techniques38. After adding one drop of H3PO4, the 
samples were dried overnight, nitrated with c. 150 µl 14 M HNO3 to remove all organic contents, and dried again.

The samples were then transferred to the mass spectrometry laboratory at the Vrije Universiteit Amsterdam 
where they were redissolved in 2 µl HNO3. One µl was loaded on single Re annealed filaments using 2 µl TaCl. 
Strontium isotope compositions were measured using a Thermo Scientific™ Triton Plus™ Thermal Ionization 
Mass Spectrometer (TIMS). The strontium isotope ratios were determined using a static routine with amplifier 
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rotation and corrected for mass fractionation to 86Sr/88Sr ratio of 0.1194. The long-term reproducibility in 2021 
was 0.710255 ± 0.000017 for repeated analysis of the NIST SRM 987 standard (N = 156, 2 s, loading size 200 ng). 
The total procedural blank contained a negligible amount of Sr. The 87Sr/86Sr are reported plus minus two stand-
ard errors (2SE), representing the analytical uncertainty calculated from maximum 240 measurements (12 blocks 
of 20 cycles) within each run.

Concentration measurements
Strontium concentrations were measured on a Thermo X-Series II Inductively Coupled Plasma Mass Spectrom-
eter (ICP-MS). The aliquot solutions were introduced through a quartz dual cyclonic spray chamber equipped 
with a PFA-ST MicroFlow nebuliser (Elemental Scientific) with a sample uptake rate of about 100 µl min−1. Due 
to a lack of matrix-matched reference materials at the Vrije Universiteit Amsterdam at the time of the study, 
geological reference materials were used for calibration, sensitivity-drift correction, and quality control. The 
reference materials AGV-2, G-2 and RGM-2 were used as calibrants, in addition to an acid blank. The reference 
material BHVO-2 was used as a quality-control standard to evaluate accuracy. The average bias (the relative 
deviation from the GeoReM preferred value of 394.1 ppm) of Sr concentrations determined for BHVO-2 were 
3, 2, and 11% for concentrations determined from 84Sr, 86Sr and 88Sr, respectively. Although using geological 
reference materials for the water and formula samples is non-ideal, the following measures were taken: 1) the 
geological reference materials were diluted ~ 5000 times to minimize high-matrix effects, and 2) the samples were 
diluted such that the Sr signals were within the same approximate range as the geologic reference materials. The 
Sr isotope ratios for most samples were measured in the same detector mode (pulse or analog) as the reference 
materials for the corresponding isotope. Although uncertainties on the Sr concentrations are difficult to estimate 
due to lack of matrix-matched standards, reasonable uncertainties do not have an effect on the conclusions of 
the mixing models.

Mixing model analysis
A reworked mixing equation from Faure and Mensing was applied to calculate the Sr isotope composition of 
the resulting milk formula (Eq. 1)39.

XA and XB are the weight fractions of components A (formula) and B (water), [Sr]A and [Sr]B are the abun-
dances of Sr, and (87Sr/86Sr)A and (87Sr/86Sr)B are the isotopic ratios of the formula and water respectively.

Data availability
All data generated during this study are included in this published article.

Received: 8 January 2024; Accepted: 9 February 2024

References
	 1.	 Damaskopoulou, E. et al. Child abuse: Past, present and future (review). World Acad. Sci. J. 5, 4. https://​doi.​org/​10.​3892/​wasj.​2022.​

181 (2023).
	 2.	 Finkelhor, D. Out of the Darkness: Contemporary Perspectives on Family Violence (eds Kaufman Kantor, G. & Jasinski, J.) 17–34 

(Sage Publications, 1997).
	 3.	 Ellonen, N., Kääriäinen, J., Lehti, M. & Aaltonen, M. Comparing trends in infanticides in 28 countries, 1960–2009. J. Scand. Stud. 

Criminol. Crime Prev. 16, 175–193. https://​doi.​org/​10.​1080/​14043​858.​2015.​10389​05 (2015).
	 4.	 WHO. https://​platf​orm.​who.​int/​morta​lity (Accessed Sept 2023).
	 5.	 Lehn, C., Rossmann, A., Graw, M. & Davies, G. R. Identification of a female murder victim found in Burgenland, Austria in 1993. 

Forensic Sci. Res. https://​doi.​org/​10.​1080/​20961​790.​2021.​19244​25 (2021).
	 6.	 Lehn, C. & Graw, M. Identifizierung einer skelettierten “Kofferleiche” aus Berlin. Rechtsmedizin 26, 429–435. https://​doi.​org/​10.​

1007/​s00194-​016-​0091-4 (2016).
	 7.	 Lehn, C., Rossmann, A. & Graw, M. Provenancing of unidentified corpses by stable isotope techniques—Presentation of case 

studies. Sci. Justice 55, 72–88. https://​doi.​org/​10.​1016/j.​scijus.​2014.​10.​006 (2015).
	 8.	 Chesson, L. A., Tipple, B. J., Youmans, L. V., O’Brien, M. A. & Harmon, M. M. In New Perspectives in Forensic Human Skeletal 

Identification (eds Latham, K. E. et al.) 157–173 (Academic Press, 2018).
	 9.	 Font, L., Jonker, G., van Aalderen, P. A., Schiltmans, E. F. & Davies, G. R. Addendum to “Provenancing of unidentified World War 

II casualties: Application of strontium and oxygen isotope analysis in tooth enamel” [Sci. Justice 55 (1) (2015) 10–17]. Sci. Justice 
55, 526. https://​doi.​org/​10.​1016/j.​scijus.​2015.​06.​004 (2015).

	10.	 Font, L., Jonker, G., van Aalderen, P. A., Schiltmans, E. F. & Davies, G. R. Provenancing of unidentified World War II casualties: 
Application of strontium and oxygen isotope analysis in tooth enamel. Sci. Justice 55, 10–17. https://​doi.​org/​10.​1016/j.​scijus.​2014.​
02.​005 (2015).

	11.	 Meier-Augenstein, W. & Fraser, I. Forensic isotope analysis leads to identification of a mutilated murder victim. Sci. Justice 48, 
153–159. https://​doi.​org/​10.​1016/j.​scijus.​2007.​10.​010 (2008).

	12.	 Keller, A. T., Regan, L. A., Lundstrom, C. C. & Bower, N. W. Evaluation of the efficacy of spatiotemporal Pb isoscapes for prov-
enancing of human remains. Forensic Sci. Int. 261, 83–92. https://​doi.​org/​10.​1016/j.​forsc​iint.​2016.​02.​006 (2016).

	13.	 Someda, H. et al. Trial application of oxygen and carbon isotope analysis in tooth enamel for identification of past-war victims for 
discriminating between Japanese and US soldiers. Forensic Sci. Int. 261(166), e161-166.e165. https://​doi.​org/​10.​1016/j.​forsc​iint.​
2016.​02.​010 (2016).

	14.	 Rauch, E., Rummel, S., Lehn, C. & Büttner, A. Origin assignment of unidentified corpses by use of stable isotope ratios of light 
(bio-) and heavy (geo-) elements—A case report. Forensic Sci. Int. 168, 215–218. https://​doi.​org/​10.​1016/j.​forsc​iint.​2006.​02.​011 
(2007).

(1)
[

87
Sr

86Sr

]

MIX

=

XA[Sr]A

(

87
Sr

86Sr

)

A

+ XB[Sr]B

(

87
Sr

86Sr

)

B

XA[Sr]A + XB[Sr]B

https://doi.org/10.3892/wasj.2022.181
https://doi.org/10.3892/wasj.2022.181
https://doi.org/10.1080/14043858.2015.1038905
https://platform.who.int/mortality
https://doi.org/10.1080/20961790.2021.1924425
https://doi.org/10.1007/s00194-016-0091-4
https://doi.org/10.1007/s00194-016-0091-4
https://doi.org/10.1016/j.scijus.2014.10.006
https://doi.org/10.1016/j.scijus.2015.06.004
https://doi.org/10.1016/j.scijus.2014.02.005
https://doi.org/10.1016/j.scijus.2014.02.005
https://doi.org/10.1016/j.scijus.2007.10.010
https://doi.org/10.1016/j.forsciint.2016.02.006
https://doi.org/10.1016/j.forsciint.2016.02.010
https://doi.org/10.1016/j.forsciint.2016.02.010
https://doi.org/10.1016/j.forsciint.2006.02.011


8

Vol:.(1234567890)

Scientific Reports |         (2024) 14:3600  | https://doi.org/10.1038/s41598-024-54173-y

www.nature.com/scientificreports/

	15.	 Tykot, R. H. Encyclopedia of Global Archaeology 1–11 (Springer International Publishing, 2018).
	16.	 Bataille, C. P. et al. A bioavailable strontium isoscape for Western Europe: A machine learning approach. PLoS ONE 13, e0197386. 

https://​doi.​org/​10.​1371/​journ​al.​pone.​01973​86 (2018).
	17.	 Ammer, S. T. M. et al. Comparison of strontium isotope ratios in Mexican human hair and tap water as provenance indicators. 

Forensic Sci. Int. 314, 110422. https://​doi.​org/​10.​1016/j.​forsc​iint.​2020.​110422 (2020).
	18.	 West, J. B., Bowen, G. J., Dawson, T. E. & Tu, K. P. Isoscapes. Understanding Movement, Pattern, and Process on Earth Through 

Isotope Mapping (Springer, 2010).
	19.	 Kootker, L. M., Plomp, E., Ammer, S. T. M., Hoogland, V. & Davies, G. R. Spatial patterns in 87Sr/86Sr ratios in modern human 

dental enamel and tap water from the Netherlands: Implications for forensic provenancing. Sci. Total Environ. 729, 138992. https://​
doi.​org/​10.​1016/j.​scito​tenv.​2020.​138992 (2020).

	20.	 Holbrook, K. A. & Odland, G. F. Structure of the human fetal hair canal and initial hair eruption. J. Investig. Dermatol. 71, 385–390 
(1978).

	21.	 McGrath, J. A., Eady, R. A. J. & Pope, F. M. Rook’s Textbook of Dermatology, 7th ed. (eds Burns, T. et al.) 45–128 (Blackwell Science, 
2004).

	22.	 Iwersen, S., Schmoldt, A., Schulz, F. & Püschel, K. Evidence of gestational heroin exposure by comparative analysis of fetal and 
maternal body fluids, tissues, and hair in a heroin-related death. J. Anal. Toxicol. 22, 296–298. https://​doi.​org/​10.​1093/​jat/​22.4.​296 
(1998).

	23.	 Rísová, V. The pathway of lead through the mother’s body to the child. Interdiscip. Toxicol. 12, 1–6. https://​doi.​org/​10.​2478/​intox-​
2019-​0001 (2019).

	24.	 Flügel, B., Greil, H. & Sommer, K. Anthropologischer Atlas. Grundlagen und Daten (Verlag Tribüne, 1986).
	25.	 de Luca, A. et al. δ15N and δ13C in hair from newborn infants and their mothers: A cohort study. Pediatr. Res. 71, 598–604. https://​

doi.​org/​10.​1038/​pr.​2012.3 (2012).
	26.	 Fuller, B. T., Fuller, J. L., Harris, D. A. & Hedges, R. E. M. Detection of breastfeeding and weaning in modern human infants with 

carbon and nitrogen stable isotope ratios. Am. J. Phys. Anthropol. 129, 279–293. https://​doi.​org/​10.​1002/​ajpa.​20249 (2006).
	27.	 Prowse, T. L. et al. Isotopic and dental evidence for infant and young child feeding practices in an imperial Roman skeletal sample. 

Am. J. Phys. Anthropol. 137, 294–308. https://​doi.​org/​10.​1002/​ajpa.​20870 (2008).
	28.	 Romek, K. M. et al. Human baby hair amino acid natural abundance 15N-isotope values are not related to the 15N-isotope values 

of amino acids in mother’s breast milk protein. Amino Acids 45, 1365–1372. https://​doi.​org/​10.​1007/​s00726-​013-​1597-7 (2013).
	29.	 Wells, J. C. K. Nutritional considerations in infant formula design. Semin. Neonatol. 1, 19–26. https://​doi.​org/​10.​1016/​S1084-​

2756(96)​80017-0 (1996).
	30.	 Blank, M., Sjögren, K.-G., Knipper, C., Frei, K. M. & Storå, J. Isotope values of the bioavailable strontium in inland southwestern 

Sweden—A baseline for mobility studies. PLoS ONE 13, e0204649. https://​doi.​org/​10.​1371/​journ​al.​pone.​02046​49 (2018).
	31.	 Herrscher, E., Goude, G. & Metz, L. Longitudinal study of stable isotope compositions of maternal milk and implications for the 

palaeo-diet of infants Étude longitudinale de la composition isotopique du lait maternel et implications pour la reconstitution de 
la paléoalimentation infantile. Bulletins et Mémoires de la Société d’anthropologie de Paris 29, 131–139. https://​doi.​org/​10.​1007/​
s13219-​017-​0190-4 (2017).

	32.	 Ammer, S. T. M. et al. Enhancing the contemporary human and water isotope reference database for the Netherlands: New insights 
from Sr-O-C-N-H isotope data. iScience (forthcoming).

	33.	 Rodiouchkina, K., Rodushkin, I., Goderis, S. & Vanhaecke, F. Longitudinal isotope ratio variations in human hair and nails. Sci. 
Total Environ. 808, 152059. https://​doi.​org/​10.​1016/j.​scito​tenv.​2021.​152059 (2022).

	34.	 Sieper, H.-P. et al. A measuring system for the fast simultaneous isotope ratio and elemental analysis of carbon, hydrogen, nitrogen 
and sulfur in food commodities and other biological material. Rapid Commun. Mass Spectrom. 20, 2521–2527. https://​doi.​org/​10.​
1002/​rcm.​2619 (2006).

	35.	 Schimmelmann, A. et al. Food matrix reference materials for hydrogen, carbon, nitrogen, oxygen, and sulfur stable isotope-ratio 
measurements: Collagens, flours, honeys, and vegetable oils. J. Agric. Food Chem. 68, 10852–10864. https://​doi.​org/​10.​1021/​acs.​
jafc.​0c026​10 (2020).

	36.	 GDCh. Positionspapier der Lebensmittelchemischen Gesellschaft. Lebensmittelchemie 72, 75–77. https://​doi.​org/​10.​1002/​lemi.​
20187​0404 (2018).

	37.	 Brand, W. A., Coplen, T. B., Vogl, J., Rosner, M. & Prohaska, T. Assessment of international reference materials for isotope-ratio 
analysis (IUPAC Technical Report). Pure Appl. Chem. 86, 425–467. https://​doi.​org/​10.​1515/​pac-​2013-​1023 (2014).

	38.	 Kootker, L. M., Mbeki, L., Morris, A. G., Kars, H. & Davies, G. R. Dynamics of Indian Ocean slavery revealed through Isotopic 
data from the Colonial era Cobern Street burial site, Cape Town, South Africa (1750–1827). PLoS ONE 11, e0157750. https://​doi.​
org/​10.​1371/​journ​al.​pone.​01577​50 (2016).

	39.	 Faure, G. & Mensing, T. Isotopes: Principles and Applications (Wiley, 2005).

Acknowledgements
The authors thank Andreas Rossmann (Isolab Gmbh, Laboratory for Stable Isotope Analytics, Schweitenkirchen) 
for providing the C-N-S isotope data, and Dr. Kirsten van Zuilen (former Vrije Universiteit Amsterdam) for 
performing the ICP-MS measurements. Dr. Graham Hagen-Peter (Vrije Universiteit Amsterdam) is thanked for 
performing the isotope mixing calculations. The authors would like to express their gratitude to two anonymous 
reviewers and Dr. Graham Hagen-Peter for their insightful comments and valuable suggestions, which enhanced 
the quality of this paper.

Author contributions
L.M.K., C.L.—conceptualisation; writing—original draft; writing—review and editing, formal analysis, investiga-
tion. S.T.M.A.—conceptualisation; writing—original draft; writing—review and editing, investigation. G.R.D.—
writing—review and editing.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https://​doi.​org/​
10.​1038/​s41598-​024-​54173-y.

Correspondence and requests for materials should be addressed to L.M.K.

https://doi.org/10.1371/journal.pone.0197386
https://doi.org/10.1016/j.forsciint.2020.110422
https://doi.org/10.1016/j.scitotenv.2020.138992
https://doi.org/10.1016/j.scitotenv.2020.138992
https://doi.org/10.1093/jat/22.4.296
https://doi.org/10.2478/intox-2019-0001
https://doi.org/10.2478/intox-2019-0001
https://doi.org/10.1038/pr.2012.3
https://doi.org/10.1038/pr.2012.3
https://doi.org/10.1002/ajpa.20249
https://doi.org/10.1002/ajpa.20870
https://doi.org/10.1007/s00726-013-1597-7
https://doi.org/10.1016/S1084-2756(96)80017-0
https://doi.org/10.1016/S1084-2756(96)80017-0
https://doi.org/10.1371/journal.pone.0204649
https://doi.org/10.1007/s13219-017-0190-4
https://doi.org/10.1007/s13219-017-0190-4
https://doi.org/10.1016/j.scitotenv.2021.152059
https://doi.org/10.1002/rcm.2619
https://doi.org/10.1002/rcm.2619
https://doi.org/10.1021/acs.jafc.0c02610
https://doi.org/10.1021/acs.jafc.0c02610
https://doi.org/10.1002/lemi.201870404
https://doi.org/10.1002/lemi.201870404
https://doi.org/10.1515/pac-2013-1023
https://doi.org/10.1371/journal.pone.0157750
https://doi.org/10.1371/journal.pone.0157750
https://doi.org/10.1038/s41598-024-54173-y
https://doi.org/10.1038/s41598-024-54173-y


9

Vol.:(0123456789)

Scientific Reports |         (2024) 14:3600  | https://doi.org/10.1038/s41598-024-54173-y

www.nature.com/scientificreports/

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) 2024

www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Isotopic analysis of formula milk reveals potential challenges in geolocating bottle-fed babies
	Results
	Discussion
	Conclusions
	Material and methods
	Stable isotope analysis
	Radiogenic isotope analysis
	Concentration measurements
	Mixing model analysis

	References
	Acknowledgements


