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sumptive forensic testing: in situ
identification and age estimation of human bodily
fluids†

Stephanie Rankin-Turner, a Matthew A. Turner,a Paul F. Kelly, a

Roberto S. P. Kingb and James C. Reynolds *a

The ability to achieve rapid, in situ identification and age estimation of human bodily fluids can provide

valuable information during the investigation of a crime. A novel direct analysis method now permits the

rapid in situ identification and age estimation of human bodily fluids for forensic analysis at crime scenes.

A thermal desorption surface sampling probe was developed and coupled with a compact mass

spectrometer for the direct analysis of volatile organic compound (VOC) profiles of human bodily fluids

within two months and in different environmental conditions, without the need for prior sample

preparation. The method is not only capable of identifying bodily fluids and discriminating against

common interferent species, but also differentiating between bodily fluid stains of different ages over

a time period of two months. This demonstrates the potential for rapid in situ identification and age

estimation of bodily fluids without the need for contaminative presumptive tests or time-consuming

sample preparation.
Introduction

Biological samples recovered from crime scenes can play an
essential role in a criminal investigation, providing vital infor-
mation as to the sequence of events and to the involvement of
particular individuals. It is, therefore, crucial that suspected
biouids are promptly detected and identied; unfortunately,
current bodily uid identication and analysis procedures are
far from ideal. Methods for the presumptive identication of
bodily uids utilise chemical tests which involve the addition of
a particular reagent to the suspected biouid, producing
a chemiluminescence or colour change oen driven by enzyme
activity in the presence of a particular bodily uid.1 These
presumptive tests typically lack specicity, resulting in the
possibility of false positive results. Conducting laboratory-based
conrmatory analysis and DNA proling can take days to
complete,2 slowing the investigation. In addition, the need to
perform DNA proling of bodily uids necessitates the preser-
vation of the sample, therefore contamination of samples by
presumptive chemical tests or sample destruction by conr-
matory analysis is not ideal. In recent years there has been
a push towards the development of technology that can be
deployed at a crime scene.3
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Mass spectrometry (MS) has been utilised extensively for the
metabolic proling of human bodily uids. A substantial
number of studies have been conducted with the aim of char-
acterising the entire metabolome of human bodily uids,
including saliva,4 urine5 and serum,6 using mass spectrometry
and other analytical methods. Furthermore, the success of MS
techniques for the analysis of biouids in a forensic context
have been demonstrated on numerous occasions, both for the
characterisation of bodily uids,7,8 and for the differentiation of
bodily uids from different donors.9–12

All of these studies, however, necessitated some form of
sample preparation and chromatographic separation prior to
analysis, in some cases taking hours to analyse a single sample.
The development of a range of techniques known as ambient
ionisation mass spectrometry has introduced the prospect of
conducting sample analysis without the need for preparation
and pre-separation, opening up the possibility that in situ
analysis of samples in their native state may be performed. The
advent of ambient ionisation was largely triggered by the
introduction of desorption electrospray ionisation (DESI) in
2004 13 and direct analysis in real time (DART) in 2005,14 which
demonstrated the possibility of ionisation and sampling of
analytes directly from the surface of a sample. Since then, over
80 variations of ambient ionisation MS have been developed.15

Despite these developments, to date there has been limited
success in the development of an in situmethod for the forensic
identication of human bodily uids. Although Takáts et al.
developed rapid evaporative ionisation mass spectrometry
(REIMS) for the direct in situ analysis of biological tissue for
This journal is © The Royal Society of Chemistry 2019
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Fig. 1 Desorption off surface (DOS) probe.

Fig. 2 PCA score plot of unaged blood and possible interferents.
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medical applications,16 this technique would not be suited to
the analysis of forensic bodily uid samples due to its
destructive nature. In addition, many researchers have aimed to
develop analytical methods for the age estimation of bodily
uids,17–21 however there are still no accepted, established
methods. Developing a non-destructive method of in situ
sampling of suspected bodily uids, and combining this with
analysis using an ambient ionisation mass spectrometry tech-
nique, could allow for the discrimination and age estimation of
bodily uids without the need for contaminating chemical
reagents or time-consuming sample preparation steps. This in
turn would accelerate the process of identifying suspected
biouids for investigation, reducing the number of samples
being sent for conrmatory DNA analysis and the cost to the
investigating authorities. Here we report the development of
a method that achieves this objective.

Experimental

Thermal desorption (TD) has been extensively utilised with
mass spectrometry. In particular, TD has been frequently
coupled with atmospheric pressure chemical ionisation (TD-
APCI-MS) in the analysis of drugs22 and explosives.23 This has
demonstrated the possibility of releasing VOCs from a sample
for immediate analysis. The Desorption Off Surface (DOS) probe
(Fig. 1) is a handheld device incorporating a gas line to direct
a stream of heated N2 gas towards the sample surface and
a transfer line to transport thermally desorbed VOCs to the
analyser. The heated gas line is positioned approximately 1 mm
above the sample surface. An insulated outer covering protects
the operator from heat produced by the probe and an O-ring
positioned at the base of the probe ensures a tight seal
between the probe and the sampling surface to avoid loss of
VOCs. This maintains a uniform distance between the transfer
line and the sample whilst not making physical contact with the
sample itself. The sampling probe was set to produce a sample
surface temperature of �60 �C, sufficient to achieve thermal
desorption of VOCs whilst preserving the sample itself, as DNA
should not degrade at this temperature.24 This operating
temperature also effectively enables the discrimination of VOCs
from involatile interferences such as fats, sugars and proteins
and many semivolatile organic compounds (SVOCs), simpli-
fying the spectra obtained. The sampling probe outlet was
interfaced with the transfer line of an Advion Expression
compact mass spectrometer (CMS) with a volatile atmospheric
pressure chemical ionisation (vAPCI) source, operating in
positive ionisation mode (full experimental details in ESI†). The
1/800 i.d silcosteel transfer line was coupled with a Venturi jet
pump, with a suction of 0.6 L min�1 and heated to 100 �C. The
N2 supply entering the sampling probe was rst fed through
a glass vial containing a deuterated acetone permeation source,
providing a constant introduction of acetone-d6 as an internal
standard throughout sample analysis, with a ow of 0.5 L min�1

(Fig. S1†).
As part of the initial screening study, human blood, saliva

and urine samples were collected, pooled and immediately
stored at�80 �C in order to preserve VOCs until analysis (stored
This journal is © The Royal Society of Chemistry 2019
for approximately 4 weeks). Interferents were stored at room
temperature. This study was undertaken in accordance with the
ethical standards of the university and the Declaration of Hel-
sinki. Samples were collected from volunteer participants who
gave informed consent (Table S1†). Interferents are materials
that may be visually similar to a bodily uid or may react in
a similar manner during the application of a chemical
presumptive test. Interferents to be analysed in this study
included the following commercially available food and
cosmetic products: body lotion, coffee, Durex Play lubricant, soy
sauce, Sudocrem, sun lotion, tea, and tomato sauce. 10 ml of
bodily uid or interferent was applied to Fisherbrand grade 601
lter paper (Fisher Scientic, Loughborough, UK) and either
analysed immediately or stored for ageing purposes. Multiple
replicates were prepared and new body uid spots analysed at
each time point to ensure sample ageing was not affected by the
application of the DOS probe. Aged samples were stored under
ambient conditions without controlled temperature or
Chem. Sci., 2019, 10, 1064–1069 | 1065
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Fig. 3 PCA score plot of blood aged 0 days to 2 months.

Fig. 4 PCA score plot of unaged and aged blood stored under light
and dark conditions.

Table 1 A selection of compounds that increase in concentration with
the age of the bloodstain

Observed mass Formula
Mass error
(ppm) Potential compound

71.04935 C4H7O 1.388 3-Buten-2-one
86.06047 C4H8NO 2.319 2-Pyrrolidinone
102.09146 C5H12NO �1.457 3-Methylbutanamide
113.09578 C7H13O 1.666 4-Methyl-4-hexen-3-one
127.11185 C8H15O 0.852 6-Methyl-5-hepten-2-one
135.07987 C9H11O 1.691 Phenylacetone
139.11173 C9H15O �0.084 2-Pentylfuran

Fig. 5 Box plots of ion intensity increasing with age of bloodstain
sample, (a) m/z 102 (3-methylbutanamide) and (b)m/z 71 (3-buten-2-
one).
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humidity. Furthermore, additional blood aliquots were stored
under light and dark conditions for the purpose of investigating
the effects of light exposure on chemical ageing of body uids
(with “light” conditions being exposure to the normal light/dark
cycle and “dark” conditions being the complete isolation from
any light source). During sampling, the DOS probe was directly
1066 | Chem. Sci., 2019, 10, 1064–1069
applied to the biological uid, allowing the heated N2 gas to
thermally desorb volatile compounds from the sample, which
were then transported to the mass spectrometer for analysis.
Sampling time was approximately 2 minutes per sample (1
minute blank lter paper analysis followed by 1 minute sample
analysis), with real-time analysis displayed on-screen. The
subtraction of the blank from samples enables background
interferents to be removed prior to multivariate analysis.

Accurate masses of compounds of interest were obtained by
coupling the DOS probe with an Orbitrap mass spectrometer
using an extractive electrospray ionisation (EESI) interface. The
outlet of the thermal desorption probe was coupled with
a Venturi pump to direct the outlet ow into the plume of an
electrospray situated at the atmospheric inlet of the mass
spectrometer. The pump outlet was positioned opposite the
inlet and the electrospray was positioned perpendicular to the
inlet. Unaged and aged bodily uid samples were then analysed
as previously described. The mechanism of extractive electro-
spray ionisation is described in more detail elsewhere,25,26 and
has been effectively utilised with neutral desorption for the
analysis of food products27 and thermal desorption in urine
analysis.28 Extracted data were subjected to background
subtraction, corrected to the internal standard, and imported
into SIMCA P+ soware (version 14, Umetrics, Sweden) for
multivariate analysis by principal component analysis (PCA)
and partial least squares discriminant analysis (PLS-DA). PLS-
DA was initially used to identify discriminating variables and
This journal is © The Royal Society of Chemistry 2019
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construct a predictive model, aer which unsupervised PCA
models were constructed using these selected variables. Class
ellipses were manually added to show relative symbol bound-
aries for each class in the PCA models.

Results and discussion

The PCA model could readily separate blood, saliva and urine
samples, indicating the VOC proles of the bodily uids are
sufficiently distinct to differentiate between and allow identi-
cation of different bodily uids. The strength of the model can
be indicated by the R2 and Q2 values, which describe how well
the model ts the data and the predictability of the model
respectively. Unaged blood, saliva and urine analysed were
differentiated with PC1 and PC2 explaining 66.9 and 13.3% of
variance, with an R2 of 0.855 and a Q2 of 0.714 (Fig. S3†).
Furthermore, the model clearly separated blood, saliva and
urine from potential interferences. Unaged blood was separated
from visually similar interferents, with the rst two principal
components explaining 40.8 and 23.3% of the total variance,
with an R2 of 0.821 and a Q2 of 0.632 (Fig. 2).

Similarly, saliva and urine were also differentiated from
possible interferences. Saliva was clearly separated from inter-
ferents with PC1 and PC2 explaining 40.6 and 20.5% of variance
respectively, with an R2 of 0.896 and a Q2 of 0.635 (Fig. S4†).
Urine was differentiated from interferents with 34.4 and 18.4%
of variance explained, and an R2 or 0.771 and a Q2 of 0.608
(Fig. S5†). This demonstrates the potential of the technique to
distinguish blood, saliva and urine from innocuous substances
that may be mistaken for the bodily uid under visual, or
presumptive chemical, inspection at a crime scene.

In the context of a criminal investigation, solely establishing
the identity of a suspected bodily uid may not provide suffi-
cient information. For instance, the conrmation of the pres-
ence of blood alone may not be pertinent to the incident under
investigation without knowing for how long that bloodstain has
been present. Accordingly, blood, saliva and urine samples were
applied to lter paper, stored under ambient conditions and
analysed at multiple time-points over a period of two months.
10 biouid samples were analysed at each time point. PCA
models were developed that were capable of differentiating
between bodily uids of different ages, with some overlap
observed between certain time-points. Aged blood samples were
differentiated with PC1 explaining 38.4% of variation and PC2
explaining 15.5% of the variation, with an R2 value of 0.615 and
a Q2 value of 0.462 (Fig. 3). Day 0 and 1 day old samples are
distinguishable largely due to the greater intensity of
compounds, which is to be anticipated as the concentration of
VOCs present in the samples will decrease over time as they are
lost to the external environment. Blood at the 1 week and 1
month time-points exhibited more overlap in the PCA model,
likely due to the variation in response at these timepoints
resulting in increased overlap. By including only 1 week and 1
month samples in the model, separation is observed between
the two classes (Fig. S9†). However the samples stored for 2
months could be clearly differentiated. Fig. S10† demonstrates
the mass spectral differences between the rst and nal
This journal is © The Royal Society of Chemistry 2019
timepoints. PCA score plots of aged saliva and urine can be
found in Fig. S11–S13,† along with blood, saliva and urine at the
2 months time point (Fig. S14†).

Fig. 4 demonstrates the importance of understanding the
effects of environmental conditions on the ageing of bodily
uids. A PCA plot of blood samples stored in light and dark
conditions over a period of seven days (R2 of 0.590 and Q2 of
0.490) highlights the chemical differences occurring, with an
evident separation observed between light-aged and dark-aged
samples. It has been previously suggested that the ageing of
blood may be affected by lighting conditions,17 most likely due
to the presence of photosensitive compounds whose degrada-
tion is accelerated by exposure to UV light. Environmental
temperature may also have contributed to these differences,
with samples exposed to sunlight likely to have experienced
slightly higher temperatures than those stored in darkness.

Although the majority of compounds detected decreased in
concentration over time, a number of compounds were found to
increase in concentration with the age of the bodily uid. These
were investigated using the high resolution EESI Thermo
Orbitrap method, enabling molecular formulae to be obtained
from accurate mass analyses. These were compared with the
Human Metabolome Database29 and existing literature
exploring the presence of volatile organic compounds in bodily
uids, and putative identications made.

2-Pyrrolidinone, 3-methylbutanamide, 4-methyl-4-hexen-3-
one, 6-methyl-5-hepten-2-one, phenylacetone and 2-pentyl-
furan were amongst the compounds found to be increasing in
concentration as the blood sample aged, and all of these species
have been previously detected in aged blood samples else-
where,30,31 supporting the putative annotations in Table 1.
However analysis by additional analytical methods would be
required to conrm these suggestions. This suggests the
potential of utilising the presence and concentration of these
particular chemical markers to estimate the time since depo-
sition of a bloodstain (see Fig. 5 and S15†).

For instance, concentration of 3-methylbutanamide was
found to be signicantly different between all timepoints (p ¼
<0.05), with the exception of 0 day and 1 day old samples. A
series of 3-methylbutanamide standard solutions were analysed
to produce a linear calibration (Fig. S16†), with an R2 of 0.9959
and established a limit of detection for this species of approx-
imately 10 ng on the surface. A number of identied
compounds were also found to increase in saliva and urine
samples, however this requires further conrmative investiga-
tion as there are relatively few published chemical markers for
aged urine and saliva samples.

Conclusions

A direct surface analysis method has been developed for the
rapid, in situ characterisation of human bodily uids, also
enabling preservation of the sample for subsequent DNA anal-
ysis. With the use of a custom-built thermal desorption
sampling probe coupled with a compact mass spectrometer,
human blood, saliva and urine and common interferents could
be directly analysed and identied based on unique VOC
Chem. Sci., 2019, 10, 1064–1069 | 1067
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proles. Multivariate analysis allowed for the specic ions
unique to the bodily uids to be identied and targeted for
future analyses and potential sensing platforms. The method
has the ability to differentiate between bodily uids of different
ages and provides a method for estimation of time since
deposition of the stain. This method has demonstrated the
possibility of direct analysis for the identication and age esti-
mation of a suspected bodily uid in situ, without the need for
the addition of presumptive chemical tests and time-
consuming sample preparation steps prior to analysis. In this
instance the DOS probe was coupled with an Advion Expression
compact mass spectrometer, an instrument intended for easy
transportation for on-site use. However the probe could be
easily coupled with a range of fully portable instruments,
including mass spectrometers and ion mobility spectrometers.
Environmental factors, for example light exposure, signicantly
affect the VOC prole emitted by an aged blood sample. The
methodology is capable of distinguishing between samples
aged under different environmental conditions, therefore an
age estimation model would need to take environmental factors
into account. Further work will involve a larger-scale study
including the application of the method to additional bodily
uids of forensic interest, such as semen and vaginal secre-
tions. This study will also seek to validate the markers identied
here and also further investigate the effects of different envi-
ronmental conditions (surface type, temperature, humidity),
and surface contamination effects. Furthermore, as this proof
of principle study does not include external validation of the
PCA models constructed, additional validation experiments are
required to increase condence in the models before this
methodology can be deployed for use in criminal investigations.
However, the work reported here clearly demonstrates the
effectiveness of this new approach and its potential to solve vital
forensic challenges.
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