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Abstract: Hair can record chemical information reflecting our living conditions, and, therefore,
strands of hair have become a potent analytical target within the biological and forensic sciences.
While early efforts focused on analyzing complete hair strands in bulk, high spatial resolution mass
spectrometry imaging (MSI) has recently come to the forefront of chemical hair-strand analysis.
MSI techniques offer a localized analysis, requiring fewer de-contamination procedures per default
and making it possible to map the distribution of analytes on and within individual hair strands.
Applying the techniques to hair samples has proven particularly useful in investigations quantifying
the exposure to, and uptake of, toxins or drugs. Overall, MSI, combined with optimized sample
preparation protocols, has improved precision and accuracy for identifying several elemental and
molecular species in single strands of hair. Here, we review different sample preparation protocols
and use cases with a view to make the methodology more accessible to researchers outside of the field
of forensic science. We conclude that—although some challenges remain, including contamination
issues and matrix effects—MSI offers unique opportunities for obtaining highly resolved spatial
information of several compounds simultaneously across hair surfaces.

Keywords: mass spectrometry imaging; hair analysis; sample preparation

1. Introduction

Strands of human hair preserve chemical components from our environment and
reflect our living conditions and lifestyle. For example, environmental mercury pollution
can be detected in the hair of humans that have a diet rich in fish [1]. Strontium in our
drinking water reflects the distance between the freshwater source and the ocean and
can, after becoming preserved in hair, assist forensic investigators in linking unidentified
victims to the geographic area in which they lived [2,3]. Additionally, drug use is recorded
in hair and can be detected with high temporal precision since hair grows at a known
rate [4,5]. Hair, as a historic record of the chemistry of our living conditions, offers some
advantages over samples of blood and urine. While analyses of blood and urine provide
short-term information (2–4 days) related to, for example, drug intake [6,7], hair-strand
analysis offers a longer window for the detection of drug use, ranging from days to years [8].
In addition, hair can be sampled non-invasively. However, analysis of hair chemistry also
has its challenges, such as those associated with the risks of contamination.

Techniques for the chemical analysis of hair have traditionally involved bulk anal-
yses of entire hair strands using chromatography and inductively coupled plasma mass
spectrometry (ICP-MS) [9–11]. Such bulk analyses are complicated by the fact that hair
products and dust can introduce exogenous chemical signals and thus interfere with the
overall interpretation [10,12]. Therefore, preparation procedures, such as different washing
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steps, have been employed to remove superficial contaminants. However, these prepa-
rations are time consuming and may be associated with the risk of losing endogenous
compounds of interest [12,13]. The need for large amounts of sample and time-consuming
preparation procedures, combined with the fact that these methods do not easily offer
temporal resolution of data, have led to the development of improved methodologies.

Since the early focus on bulk analyses, the field has turned to analytical techniques
that provide high spatial resolution analysis of elemental and molecular species in strands
of hair. Spatial mapping of chemical compounds in hair can be achieved through electron
beam methods, microscopy, and nuclear reaction analysis, but these techniques provide
information about metallic elements, not larger biomolecules [14,15]. Most recently, MSI
methods, including secondary ion mass spectrometry (SIMS) and matrix-assisted laser
desorption/ionization mass spectrometry (MALDI-MS), have proven to be viable alterna-
tives for mapping the chemical and elemental landscape of individual hair strands [16,17].
These methods enable direct identification and imaging of several molecules and their
metabolites in intact and sectioned hair. However, using MSI techniques for hair-strand
analyses requires the development of specific protocols related to sample preparation.

When analyzing hair chemistry, the sample preparation procedures involved de-
pend on which part of the hair is intended for analysis. Hair is made up of the cuticle,
cortex, and—when mature and thick enough—the medulla (Figure 1) [18]. Human hair
fibers are covered by multiple layers of cuticle cells that protect the inner structure
from damage caused by external factors, including environmental agents, cosmetic
treatments, and industrial processes [19]. This inner structure is mainly made up of
the cortex, which consists of several intermediate keratin filaments, cross-linked with
keratin-associated proteins via extensive disulfide bonds [20,21]. The hair cortex pro-
vides hair strength, moisture, and color, whereas texture is related to the properties
of the hair surface [22]. The innermost structure is the medulla which is usually only
present in coarse hair, such as thick hair and beard hair [23]. As will be outlined in
the following, some areas of study focus on the chemical composition of the cuticle,
whereas others are more concerned with hair-core analysis (i.e., the composition of the
cortex and medulla). Consequently, different sample preparation procedures have been
developed for hair-cuticle and -core analyses via MSI.

Here, we review the steps involved in MSI analysis of cuticle and core, focusing
on sample preparation procedures. We present how different washing and cutting
methods have been used in hair-sample preparation to minimize chemical losses and
to improve the analytical potential that these techniques have to offer. The review is
intended to function as an introduction to the current state of the art and use cases,
making the methodology more accessible to researchers within fields that do not have a
tradition for the analysis of hair chemistry.
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Figure 1. Schematic showing the three main layers of a hair strand—the cuticle, cortex, and medulla. The inner hair struc-
ture (i.e., the cortex and medulla) is surrounded by several layers of cuticle cells. The figure was created based on [18]. 
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Figure 1. Schematic showing the three main layers of a hair strand—the cuticle, cortex, and medulla. The inner hair
structure (i.e., the cortex and medulla) is surrounded by several layers of cuticle cells. The figure was created based on [18].

2. Techniques over Time—From Bulk Analysis to High Resolution Mapping

Analyses of hair chemistry have been brought forward by the forensic and clin-
ical toxicology sciences [24]. During the 1960s and 1970s, the concentration of heavy
metals in hair strands was quantified by atomic absorption spectroscopy [25–27]. Sub-
sequently, the sensitivity and speed of quantification of elemental concentrations were
improved through inductively coupled plasma (ICP) emission microscopy. Especially
ICP coupled with mass spectrometry (ICP-MS) had a profound impact on trace-element
analyses in scientific disciplines, from geology to forensic medicine [28–30]. In 1979,
it was demonstrated that morphine could be detected in hair from heroin users using
radioimmunoassay [31]. Since the mid-1980s, chromatography of hair has commonly
been used in the analysis of drug use, especially when coupled with mass spectrometry
and tandem mass spectrometry [32–37]. Such bulk methods enabled the construction of
a temporal record when several strands of hair were aligned in the direction of growth
and then cut into segments of 1–2 cm. The segments were analyzed separately and the
chemical information was puzzled back into the order of growth, allowing weeks-to-
months-long records of drug use to be constructed [38]. These bulk analysis techniques
have led to valuable insights but require a significant amount of sample as well as time
for digestion and extractions. It is particularly time-consuming to determine the spatial
localization of compounds in hair and, therefore, the temporal distribution of exposure
to the compounds.

Imaging techniques have significantly assisted the field to acquire high-resolution
maps of the chemical landscape of hair. Several imaging approaches enable high-resolution
mapping of hair, such as nuclear microscopy, Raman scattering microscopy, and syn-
chrotron radiation micro-X-ray fluorescence [14,39,40]. Although offering spatial mapping
of several compounds, these methods are limited to detecting specific elements and, partic-
ularly, large molecules in hair. More recently, MSI has been applied to obtain the spatial
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distribution of several species on and in hair, ranging from small elements to molecules as
large as 4000 Da [41–43], with a low limit of detection and high spatial resolution down to
50 nm [44]. This is achieved by applying different so-called mass analyzers, enabling MSI to
resolve different masses (see Table 1 for a general comparison of MSI mass analyzers). With
mass analyzers, such as orbitrap or Fourier transform ion cyclotron resonance (FTICR),
the mass resolution can range from 6000 with time-of-flight (TOF) instruments to more
than 100,000 with ultra-high resolution [45,46]. Mass resolution is the minimum separation
between two mass spectral peaks defined as m1/(m2−m1). The high surface sensitivity and
lateral resolution, combined with low detection limits and the capability of detecting both
organic and elemental species, make MSI techniques uniquely suited for spatial mapping
of analytes in hair.

Due to their high spatial resolution, MSI techniques have emerged as a great tool to
address issues in forensic investigations and investigations into the effects of cosmetic
treatments [17,47]. For example, the techniques have been used in reconstructing temporal
records of drug abuse, based on imaging of drugs in longitudinal hair sections [48–50],
and in determining age-related changes in biomolecular compounds in the hair cortex [42].
Importantly, MSI of hair makes it possible to distinguish drugs incorporated via the
bloodstream from drugs introduced from exogenous sources [17,47]. Analysis of intact
hair strands is possible without any further chemical processing, and because damage to
the samples during MSI experiments is usually minimal, downstream analyses with other
approaches are possible. Additionally, MSI is made attractive by requiring less sample
material and less intensive sample preparation procedures without the requirement for
isotopic labeling of compounds [51]. However, as will be described in the following, the
techniques also have their limitations and pitfalls that need to be considered when planning
MSI analyses.

Table 1. General comparison of several common mass analyzers used in MSI. Data obtained from [52,53].

TOF Reflectron Magnetic Sector Orbitrap FTICR

Primary ion Pulsed Continuous Pulsed Pulsed
Upper mass

limit 10,000 20,000 50,000 30,000

Mass resolution 15,000 <100,000 >100,000 1,000,000
Mass accuracy <5 ppm <3 ppm <5 ppm <1 ppm

MS/MS MS MS2 No MSn

Advantages
Good mass

accuracy Fast
scan speed

High mass
accuracy and

resolution

High mass
accuracy and

resolution

High mass
accuracy and

resolution

Drawbacks Medium mass
resolution Expensive Expensive Low scan speed

Expensive

3. Analysis of Hair by Mass Spectrometry Imaging

Traditionally, MSI techniques have been most widely used in the materials sciences.
However, since MSI can be used to analyze and visualize any chemical species that can be
desorbed and ionized from a sample surface, the methods have since found application
within the biomedical and forensic sciences as well. The three major ionization techniques
commonly used in MSI are MALDI, SIMS, and desorption electrospray ionization (DESI)
(Figure 2).

SIMS was the first ionization technique to be developed and is, therefore, the oldest
MSI method [54,55]. In this approach, a high-energy primary ion beam is applied to sputter
the sample surface, resulting in the generation of ionized species that are then separated
based on their mass-to-charge ratio (m/z) using a TOF or magnetic sector mass analyzer.
Traditional SIMS instruments were operated with high doses of a monoatomic ion beam
(e.g., Ar+, Ga+, and Bi+) which damaged the sample surface and produced small fragment
species [54,56]. Thus, the detection of intact biomolecules was limited with SIMS-based
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imaging. However, subsequent evolution of primary ion beams—from monoatomic ion
beams to cluster ion beams (Bi3+, Au3

+, C60
+, and so on) and, later, gas cluster ion beams

(Ar4000
+ or (CO2)6000

+)—has since enabled SIMS analysis of intact molecular ions [57–59].
In cluster ion beams, the kinetic energy is divided between several atoms, resulting in
lower energy of individual particles. Consequently, the degree of molecular fragmentation
and subsurface damage is reduced, improving the mass range of detection for heavier
species up to 2500 Da [60]. However, despite these advantages, SIMS remains of limited
utility in the analysis of larger biomolecules, such as proteins and peptides.
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Figure 2. Ionization approaches used in MSI. (a) Secondary ion mass spectrometry (SIMS), (b) Matrix-assisted laser desorp-
tion/ionization mass spectrometry (MALDI-MS), (c) Desorption electrospray ionization mass spectrometry (DESI-MS).

While SIMS has gained attraction in recent years, MALDI is, at present, the most
commonly used technique for biological applications. For this method, a matrix compound,
typically an organic acid, is deposited on the sample surface prior to analysis in order to
facilitate desorption and ionization. After a laser beam strikes the matrix-coated sample
surface, the matrix molecules absorb the laser energy and convert it into heat energy. A
fraction of the matrix molecules from the top layer of the sample surface is then vaporized
along with analytes, which are ionized via ion or charge transfer processes [61]. In some
cases, ionization efficiency can be improved by so-called derivatization, where the sample
chemistry is altered in order to change the properties of the analyte. For example, Beasley
et al. demonstrated that in situ derivatization improved ionization efficiency enough to
enable the imaging of cannabinoids in single hair samples [62]. The popularity of the
MALDI technique reflects its ability to probe a variety of molecules, including lipids,
proteins, peptides, nucleotides, and saccharides [63–66]. However, it is to be noted that
the application of matrix to the sample surface can interfere with the detection of low-
molecular-mass species (<600 Da) [67,68]. Moreover, reproducibility and spatial resolution
is limited by the matrix crystal size, raster step size, and laser beam diameter.

Like MALDI, DESI is an ionization technique suitable for the analysis of biological
samples. In DESI, the sample surface is bombarded with electrically charged solvent
droplets to desorb analytes of interest, which are ionized using electrospray. The ionized
molecules then travel into an inlet capillary towards mass analyzers for analysis. The main
advantage of this technique is that desorption and ionization can take place under ambient
conditions—in contrast to SIMS and MALDI, which operate under vacuum—without
sample preparation or matrix application. Consequently, it is a comparably fast technique
that makes it possible to preserve the physical and chemical properties of the sample. Today,
DESI has great potential to aid forensic investigations in the screening for and identification
of drugs [69]. However, the technique has not been extensively used for MSI analysis of
hair, probably because of its relatively low spatial resolution. Recent advances have led
to improved resolutions of between 20 and 100 µm [70,71], but the average diameter of
adult human hair varies between 45 and 110 µm [18]. As the technique evolves towards
improved resolution [70], it may find application in future hair analyses.

When planning MSI analysis of hair samples—or any other sample—it is important
to choose an appropriate ionization process. As described above, different techniques are
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suitable for different analytes, with MALDI covering a wider mass range (1–500 kDa) than
SIMS. Another consideration is resolution requirements. As SIMS utilizes an ion beam as
opposed to a laser, this method has a spatial resolution as high as 100 nm [72], whereas
the highest resolution offered by MALDI is 5 µm [73]. The higher resolution makes SIMS
the more suitable technique for imaging the detailed distribution of compounds within
the hair structure, but it also increases the risk of obtaining unfocused images that might
lead to misinterpretation [17]. When imaging large molecules >2000 Da, MALDI is the
best method for hair analysis at present, but the addition of the analyte-specific matrix
alters the sample composition and may lead to the relocation of compounds [74]. Because
MALDI and SIMS have different strengths and weaknesses, applying both methods makes
it possible to obtain complementary information [75]. However, whether the choice falls
on one or both of these techniques for a given analysis, it is important to be aware of their
limitations and challenges.

One challenge in MSI analysis of hair strands is that hair samples are non-conductive,
and, therefore, it is important to mount the hair on conductive tape along its entire length for
MSI analysis in order to minimize charge build-up. However, studies have demonstrated
that hair can become contaminated by the tape substrate leading to misinterpretation of
data. For example, the identification of dimethicone, a silicone polymer used as a softening
agent in shampoos, is challenging because the surface of most materials, as well as the
double-sided conductive tapes used to mount samples, contains silicone [16]. Furthermore,
poor contact with the conductive tape leads to poor signals and bad image quality. To
address this, conductive tape with a smoother surface, such as silver and copper tapes,
can be used to get better overall contact [16,76]. However, this issue is only relevant when
analyzing intact or longitudinally sectioned hair strands, illustrating that different types of
analyses are associated with different pitfalls.

Another challenge when conducting MSI analyses is that the techniques only provide
qualitative or semiquantitative data. This is because the sample matrix influences the
ionization probability of analytes, resulting in enhancement or suppression of the signal
intensity [77]. These matrix effects are more severe for organic compounds where proto-
nation and charge transfer processes occur [78]. This can be mitigated to some extent by
chemical modification of the sample [79] or by coating the sample surface with a layer
of matrix prior to MSI experiments. For example, in SIMS, samples can be coated with
a matrix to increase the signal to noise ratio of analytes [80]. In MALDI, the concept of
matrix effects is exploited, and a matrix compound is deposited on the sample surface
to mediate desorption and ionization of a given analyte [55]. For example, Wang et al.
used umbelliferone to improve the detection limit of methamphetamine in hairs down to
nanogram per milligram using MALDI-FTICR [81]. The most appropriate type of matrix
solution and method of deposition should be evaluated for each study [50]. In general,
the limitations and pitfalls of MSI can be addressed through the application of appropri-
ate sample preparation procedures, and choosing the correct procedure is critical for the
accuracy of results obtained through MSI.

4. Sample Preparation Procedures: Considerations, Pitfalls, and Use Cases

Single-hair analysis has been developed for different purposes, from hair cuticle
analysis to hair core analysis using both cross- and longitudinal sections. A work chart
summarizing the different sample preparation procedures for MSI techniques is presented
in Figure 3. In the following, we will discuss the different sample preparation procedures
and describe relevant use cases in hair core and cuticle analysis.
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4.1. Hair Core Analysis

The inner structure of hair, consisting of the cortex and medulla, is formed by cells and
molecules from the local tissue but also from the bloodstream [82]. Since our intake of food
and drugs are reflected in the bloodstream, the chemistry of hair can capture aspects of our
lifestyle. For example, MALDI has been applied to detect and image nicotine in longitudinal
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sections of hair from heavy smokers [83]. However, hair chemistry does not only reflect
direct endogenous uptake from the bloodstream; it can also reflect indirect uptake via
sweat and sebum or contamination from external sources such as vapors or powders.
Consequently, when analyzing hair chemistry, it is important to distinguish between
endogenous and exogenous compounds. This distinction is notoriously challenging, both
in bulk and MSI analyses, and several approaches have been attempted. For bulk analyses,
these include different washing protocols, and for MSI techniques, different methods of
sectioning have been proposed as well. In the following, we describe how the issue of
contamination can be dealt with and specify procedures for both washing and sectioning
of hair samples prior to MSI analysis of the hair core.

4.1.1. Washing Procedures

Mitigating the risk of exogenous contamination of the hair core is critical. Indeed, in
the case of forensic analyses, contamination may have severe implications for people’s lives.
The risk of contamination is typically addressed by washing samples prior to analysis, but
this step is more critical in bulk and cuticle analyses, as these do not enable the distinc-
tion between the outer and inner structure of the hair. However, even when analyzing
sectioned hairs using MSI, some risk of contamination remains since the hair cortex may
get in contact with exogenous compounds during sectioning. Thus, it is still generally
recommended to wash samples prior to sectioning and MSI analysis, and care must be
taken to choose an appropriate washing method that will remove exogenous contaminants
while retaining endogenous compounds. Several decontamination procedures have been
proposed, as reviewed by Kempson and Skinner in 2012 [84]. Using TOF-SIMS, these
authors also investigated the effects on elemental components of two different washing
procedures, namely the Internal Atomic Energy Agency (IAEA) recommended procedure
and a detergent-based procedure involving a 2% Triton X-100 solution [84]. It was found
that most exogenous elements, including Na, K, Ca, and Mg, were removed through both
washing procedures, whereas the signal of exogeneous Fe was unaffected. Simultaneously,
it was observed that the signals of these elements also decreased in the internal structure
of hairs. This signal reduction might reflect either the loss of endogenous elements or the
removal of contaminants that had penetrated into the hairs from exogenous sources during
washing. As highlighted by this study, a fully appropriate standardized procedure does not
exist, and it is therefore up to the individual lab to develop appropriate washing protocols
and investigate their capacity for removing contamination [85].

Washing procedures are discussed by, for example, the Society of Hair Testing which
generally recommends washing samples with organic solvents, followed by aqueous
rinses [86]. The purpose of washing is not only to remove contaminants, but also to clean the
sample of surface materials, such as hair products, sweat, and sebum, which may influence
the analysis [85]. Recently, in 2016, Cuypers et al. applied several washing steps in an
attempt to distinguish between exogenous and endogenous cocaine in hair samples using
MALDI-MS/MS and metal-assisted SIMS [87]. Using methanol, water, dichloromethane,
hexane, and acetonitrile, these authors washed hair samples that were contaminated by
exogenous cocaine, as well as hair samples that were enriched in endogenous cocaine.
It was found that, in this case, rinsing with water and methanol was apparently more
efficient in reducing exogenous contamination of cocaine than rinsing with other solvents,
as seen in Figure 4. In contrast, Erne et al. reported that washing hair samples with
dichloromethane and methanol failed to completely remove exogenous contamination of
the drug zolpidem (used for insomnia treatment), resulting in higher signals of zolpidem
in contaminated intact hair compared to the negative control [47]. To solve this issue,
they proposed using a phosphate buffer and several short methanol washes instead to
completely remove zolpidem from intact hairs. The cases described here illustrate the
difficulty in developing standardized washing protocols, as different compounds call for
different washing procedures.
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modified from [87]. Copyright (2021) American Chemical Society.

Another potential issue that should be considered when developing washing pro-
cedures relates to the migration of external contaminants into the hair core. In theory,
sectioning hair samples prior to MSI analysis enables the distinction between exogenous
and endogenous compounds, located in the superficial and inner parts of the hair, respec-
tively. However, recent studies have suggested that washing might cause the migration
of contaminants into the hair cortex and medulla [47,87,88]. This is because the moisture
induces swelling of the cuticle, which allows chemicals to diffuse into the interior parts of
the hair [88]. The migration of, for example, external cocaine into the hair core makes it
difficult to discriminate between hair from actual cocaine users and hair containing external
contamination [87]. Such external contamination can come from powders or vapors that
have diffused into the hair, but it might also come from indirect uptake through sweat
and sebum, which can complicate the reconstruction of a temporal record of consumption.
Studies have demonstrated that even a single instance of drug use can lead to drugs becom-
ing incorporated into hair strands through sweat and sebum [5,88,89]. Such contamination
obscures the temporal record of drug intake and can make it difficult to distinguish between
single cases of drug use and chronic consumption [89]. The fact that external contaminants
can become incorporated into the inner structures of hair poses a potentially very severe
problem for the concept of hair analyses.

To address these concerns, the decontamination protocol should not only be carefully
chosen depending on the specific analytes but the effects should also be evaluated in
individual experiments to avoid misinterpretation of results. Recently, Erne et al. examined
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the effects of different washing procedures on the content of zolpidem in hair strands to
determine whether decontamination procedures might help to distinguish between washed-
in contamination and endogenous compounds [47]. These authors demonstrated that a
developed in-house washing protocol was able to remove zolpidem that had migrated into
the hair strand, while not erasing the signal of endogenous zolpidem. Similarly, subsequent
studies also suggest that future sample preparation protocols might be able to address the
issue of incorporated contaminants, making it possible to distinguish between endogenous
and exogenous compounds within the hair core [17]. However, such protocols are analyte-
specific, and further studies are needed to develop decontamination procedures that can
remove exogenous contamination without causing the incorporation of contaminants. This
issue further highlights the need for carefully examining the effects of decontamination
procedures when developing sample preparation protocols.

4.1.2. Cross-Sectioning of Hair Strands

Cross-sections of hair strands have been used in several elemental and molecular
analyses [90–93]. In the past, morphological characteristics of cross-sectioned hairs were
used by forensic investigators to evaluate the differences between hairs from different
parts of the body and from different individuals. Now, MSI offers mapping of the spatial
distribution of chemical compounds within the hair. In general, there are two approaches
when working with cross-sectioned hair: one in which the hair sample is fixed using an
embedding medium prior to cutting, and one in which the hair sample is cut without the
use of chemical embedding. Both approaches have their advantages and limitations, as
will be described in the following.

To achieve consistent and representative cross-sections of hair strands, samples can be
pre-embedded using specific materials in order to minimize cuticle swelling and obtain a
true cross-section. The embedding step is then followed by sectioning using a microtome,
which lowers the risk of the cutting blade distorting the hair sections and enables more
precise and repeatable analyses. Embedding media usually used for cross-sectioning of
hair include celloidin, paraffin, or resins [14,16,42,87,94]. Hairs embedded in paraffin
alone can bend at the cutting edge, leading to the cross-section becoming elliptical rather
than circular [95]. In contrast, the morphology of hair cross-sections is preserved better
using celloidin embedding [96]. Hair cross-sections with true morphology can also be
obtained through resin embedding, but the hair sections might separate from the resin
during sectioning [97], and resin has been observed to infiltrate into the medulla [98].
The effects of other embedding media, including carboxymethylcellulose, gelatin, and
trehalose, have also been investigated, specifically for methoxyphenamine detection in hair
cross-sections, as shown in Figure 5 [50]. In this case, the use of gelatin yielded the best
results with less contamination and sample distortion, as well as low background noise.
Other studies have also found that the use of gelatin maintains sample morphology while
eliminating background interferences [99,100]. Recently, Flinders et al. (2017) used gelatin
as an embedding material prior to MSI analysis, detecting cocaine and its metabolite with
low background noise in cross-sections of hairs from drug users [76]. However, although
microtome sectioning of embedded samples preserves the morphology of hair sections and
is widely used, these cutting methods are also associated with their own specific limitations.
The preparation procedure for embedding and microtome sectioning is time-consuming,
and embedding chemicals may lead to contamination during cutting [101].

Due to the risk of contamination, sectioning hair without chemical embedding is
preferred. One simple way to prepare cross-sections of hair without an embedding medium
is to directly cut hair mounted on tape using a razor held at an angle [16]. It is, however, very
difficult to cut loose hairs without damage. Another concern is that the hair morphology
may be altered by the razor blade, and, to counter this risk, Gillen et al. reported using
aluminum micro vises for cross-sectioning of hair samples [16]. A bundle of hairs was
placed between the two sides of the vise which was then inserted into the sample holder
block. The vise was adjusted in order to position the hairs perpendicularly to the sample
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holder surface, and hairs sticking out of the vise were cut by a razor blade to expose a
fresh cross-section for MSI analysis. The micro vise has an optimal design that produces a
smoother cross-section surface and minimizes damage to the hair.
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4.1.3. Longitudinal Sectioning of Hair Strands

Compared to cross-sectioning, longitudinal sectioning of hair makes it possible to
analyze a broader cortex surface area, providing more information per analysis. This
method of sectioning also circumvents the issue of analytical uncertainty related to the
fact that the shape of cross-sections along the length of the hair can vary between circular,
triangular, irregular, or flattened [102–104]. Studies have demonstrated that longitudinal
sectioning of hair enables the identification of analyte accumulation patterns which may
reveal whether compounds are contaminants or endogenous to the hair medulla [50,105].
Additionally, using longitudinal sectioning makes it possible to section only part of the hair
strand and examine both intact and sectioned segments within a single hair to distinguish
between exogenous and endogenous compounds [47,106]. Consequently, longitudinal
sectioning is typically used in forensic investigations, where it is relevant to determine
when, or for how long, a drug has been consumed [8,48–50], or in studies examining the
effects of contamination [47,87]. Combined imaging of cross- and longitudinal sections
makes it possible to investigate the three-dimensional distribution of compounds within
the sample [50,87].

Several methods for longitudinal sectioning of hair strands have been published.
For example, Shen et al. gently scraped off the hair surface using a scalpel, from the
proximal to the distal end, to image ketamine in hair sampled from chronic users by
MALDI [49]. Although the sensitivity of the analysis was improved compared to intact hair,
the repeatability was low. In another study, Miki et al. also used MALDI on longitudinal
sections to demonstrate the incorporation of methamphetamine into human hair [48]. Here,
hair samples were affixed lengthwise to, and half-embedded in, a piece of narrow carbon
tape attached to an indium tin oxide-coated glass slide. The authors then compared manual
sectioning, using a razor, to laser sectioning, demonstrating that the laser beam provided
a fast and significantly more accurate cutting than the manual approach. However, this
method also led to the loss of methamphetamine, probably due to the volatile properties of
the analyte and/or thermal denaturation of the hair, leading the authors to prefer manual
sectioning. Even so, a major challenge associated with the manual longitudinal sectioning
of hair is low reproducibility.

The issues with accuracy and repeatability of longitudinal sections cannot be solved
using chemical embedding due to sample size and direction control limitations when
operating a microtome; embedding the length of a hair sample within a medium makes
it near impossible to ensure that the microtome blade splits the hair exactly through its
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center. However, many recent studies have used freeze sectioning with ice-embedded hairs
for longitudinal sections [50,83,103]. For example, Kamata et al. optimized the cutting
procedure with ice embedding to examine the distribution of methoxyphenamine in a
single hair shaft and root [107]. The hair was cut to a length of approximately 30 mm
and half-embedded in conductive adhesive tape on an indium tin oxide-coated glass slide
by pressing with an aluminum block wrapped in film. Several drops of distilled water
were added onto the hair which was subsequently frozen at −20 ◦C. The hair sample was
then freeze-sectioned using a rotary microtome equipped with a retraction system. The
advantages of frozen sectioning include its simplicity and improved repeatability, but the
method is also associated with a number of problems, such as freezing artefacts and uneven
sample embedding. These issues highlight the need for the development of new methods
to facilitate accurate and reproducible longitudinal sectioning of hair samples.

One solution proposed to address the issues mentioned in the above is the de-
velopment of a new device for the preparation of longitudinal hair sections without
embedding. Such a device was first proposed by Kempson et al. and subsequently
refined by Flinders et al. [106,108]. It consists of a cutting device and a stainless-steel
cutting block containing several grooves with depths of 20–80 µm (Figure 6). Having
measured the width of the hair using a digital micrometer, the sample is placed into
a groove whose depth corresponds to half of the hair diameter. At one end, the hair
is secured by tape, and at the other, it is held by a gloved finger. The cutting device
is constructed so that a microtome blade cuts along the length of the hair at an angle
of ~20◦, and this method ensures greater control and reproducibility than what can
be obtained by manual cutting methods. Additionally, this cutting technique is very
rapid and does not require an embedding medium to be used. Using such a device for
hair sectioning facilitates the examination of drug distribution in longitudinal sections
by, for example, metal-assisted SIMS, as shown in Figure 7 [108]. Some difficulties,
however, remain to be overcome. For example, the method requires hair samples to
have a diameter of at least 30 µm and a length of at least 1 cm. As a result, this technique
is not suitable for hairs thinner than 30 µm or for very short hair samples (such as
samples from animals with short fur). However, despite these limitations, this approach
is deemed the preferred method for obtaining lengthwise sections of hair at present.
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Figure 7. Imaging of drugs in longitudinal hair sections. Metal-assisted SIMS reveals the distribution
of (a) benzoylecgonine at m/z 290, (b) cocaine at m/z 304, and (c) methadone m/z 310 in a longitudinal
section of a hair strand. The hair was sectioned using a cutting device without embedding. Figure
modified and reprinted with permission from [108].

4.2. Hair Cuticle Analysis

The hair cuticle layer is the outermost layer of the hair shaft, where all hair treatments
are first applied. It consists of overlapping cuticle cells protecting the hair interior [23],
each about 0.5 µm thick and 45–60 µm long [18]. The individual cells consist of a thin
outer membrane (the epicuticle), the A-layer, the exocuticle, and the endocuticle (Figure 1).
Because the hair cuticle is the layer most affected by the components of hair products,
such as dye molecules, several hair cuticle analyses focus on the effects of cosmetic treat-
ments. For example, Kojima et al. investigated the penetration and distribution of dyes in
the hair cuticle using Nanoscale SIMS, finding that the endocuticle contained more dye
molecules than the other cuticle structures [109]. Such studies help to shed light on the
mechanisms underlying different cosmetic treatments, providing insights that are relevant
to the development of, for example, hair dyeing products.

Another purpose of hair cuticle analysis is to provide a quick and simple method for
the detection of drugs and pharmaceuticals. Several studies have proposed the use of MSI
for the detection of drugs in intact hairs for forensic investigations. For example, Porta
et al. imaged the distribution of cocaine and its metabolites in single intact hair strands
using MALDI, detecting concentrations down to 5 ng/mg (Figure 8) [110]. Additionally,
MALDI-MS/MS has been used in the detection of zolpidem in single hair strands [111],
and the synthetic opioid painkiller tilidine has been imaged in intact hairs of children by
MALDI-MS for a forensic case [89]. More recently, MSI has also been used in the analysis
of different pharmaceuticals in hair strands, enabling a measure of medication adherence.
For example, infrared MALDI electrospray ionization MSI has been used on intact hairs to
simultaneously detect multiple antiretroviral medications administrated for the prevention
and treatment of HIV/AIDS [112,113]. However, issues relating to poor resolution and
sensitivity pose potential problems for hair cuticle analysis, since endogenous drugs are
mainly incorporated into the core of the hair strand through the blood stream. Conse-
quently, while the results of these and other studies have provided valuable contributions
to our understanding of the mechanisms underlying drug incorporation in hair, some
limitations of MSI for hair cuticle analysis still need to be resolved.
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1 cm/month [114]). (c) An intact hair sample from individual H5, illustrating the lowest cocaine concentration detected
(4.9 ng/mg, determined by LC-SRM/MS) within the first 10 mm of sample. Reprinted with permission from [110].
Copyright (2021) American Chemical Society.

One of the challenges currently facing hair cuticle analysis using MSI techniques
is how best to mitigate the effects of surficial contamination. Because hair cuticle
analysis alone does not provide insight into the spatial distribution of compounds
within the hair, removing exogenous contaminants is especially important for this
type of analysis. Suitable decontamination procedures that are able to completely
remove exogenous interferences—such as those stemming from sweat, sebum, dirt,
and other surface contaminants—are needed in order to improve the signal of specific
analytes and reduce background noise. As removing surface contamination is especially
important in MSI analysis of the hair cuticle, sample preparation methods usually
include washing procedures similar to those for bulk analyses [110,111]. A variety of
decontamination procedures have been proposed, including washing with methanol,
ethanol, dichloromethane, isopropanol, or buffers [36,37,115–119]. However, many
methods might lead to the loss of several elements and molecules, affecting total
concentrations [12,115].

Due to this issue, it is necessary to critically examine the effects of different washing
procedures for hair cuticle analysis as well. For example, Borella et al. evaluated the
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washing efficiency of six different cleaning procedures on nine trace elements in the
hair [13]. The authors found that EDTA wash removed more trace elements than detergents
and organic solvents did, whereas the loss of Cr and Cd was higher using sodium lauryl
sulphate and methods recommended by the IAEA. A risk of contamination by rinsing
with an acetone/methanol mixture was also reported. Bossers et al. found about 50%
loss of alcohol markers in hair samples using a rinsing procedure with dichloromethane
followed by methanol [120]. Additionally, washing with hot ethanol has been shown to
remove the outer membrane of cuticle cells of human hair [121]. These examples highlight
the need for caution when choosing washing procedures to avoid the risk of losing the
outer layer of the cuticle membrane or any compounds of interest on the hair surface. As
different decontamination procedures are appropriate for different analytes and purposes,
it is necessary to carefully evaluate the suitability of a given washing method for each
individual study.

5. Conclusions

MSI techniques, like MALDI-MS and SIMS, enable high-resolution spatial mapping
of elemental and molecular species on and within individual hair strands. The methods
complement traditional bulk analyses and provide unique insights into, for example,
mechanisms of drug uptake. However, in order to ensure the accurate interpretation
of results, appropriate preparation of samples prior to analysis is crucial. Therefore, in
this review, we have presented and discussed different sample preparation procedures,
focusing on decontamination steps and sample sectioning.

The decontamination process is critical in hair analysis, especially within the field
of forensic science. Ideally, it serves to remove external interferences while preserving
endogenous compounds of interest. When the focus of the analysis is chemicals on the hair
surface, like in hair cuticle analysis, developing appropriate decontamination protocols
is especially important for obtaining reliable results. Several washing procedures have
been suggested for removing different surface contaminants, but appropriate washing
steps are analyte-specific and should be determined depending on the purpose and type of
the analysis. Evaluating the impact of washing steps is especially important since studies
have shown that some organic solvents can wash out internal compounds, whereas other
procedures promote the migration of contaminants into the hair.

In contrast to bulk analyses, MSI analysis of sectioned hair can, in theory, enable the
distinction between endogenous and exogenous compounds with less extensive decon-
tamination procedures. This is because this approach makes it possible to map the spatial
distribution of analytes and examine distribution patterns. By studying these patterns, it
can be determined whether a compound is likely to be of exogenous origin (mainly located
in the outer structures of the hair) or to have been incorporated via the blood stream
(mainly located in the inner structures of the hair). Additionally, by studying distribution
patterns along longitudinal sections of hair, temporal records of an individual’s contact
with a given substance can be reconstructed. The internal structure of the hair can be
exposed via cross- or longitudinal sectioning, and the appropriate choice of sectioning
method depends on the purpose of the analysis and the type of sample.

With this review, we aim to call attention to the unique possibilities offered by MSI
and to make the methods more accessible to researchers outside of forensic toxicology.
As sample preparation is a critical part of these techniques, we outline how previous
studies have addressed the issues related to this step and highlight potential pitfalls. The
main point is that sample preparation protocols should be developed and thoroughly
evaluated on a case-by-case basis. However, we believe that once appropriate sample
preparation protocols have been developed, MSI analysis of hair strands could also find
relevant applications within, for example, the biological and medical fields.

Author Contributions: M.H.P., P.M. and E.U.H. conceptualized the paper. M.H.P., A.M., E.R.H., P.M.
and E.U.H., wrote and revised the paper. All authors have read and agreed to the published version
of the manuscript.



Molecules 2021, 26, 7522 16 of 20

Funding: This research was funded by the Swedish Cancer Society (grant 21-1581), Hans von
Kantzow Foundation and Ollie and Elof Ericsson’s Foundation.

Acknowledgments: We thank the Pienta Laboratory at the Johns Hopkins University for valu-
able discussions. Additionally, we are grateful to two anonymous reviewers who helped improve
the manuscript.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Nuttall, K.L. Review: Interpreting hair mercury levels in individual patients. Ann. Clin. Lab. Sci. 2006, 36, 248–261. [PubMed]
2. Tipple, B.J.; Valenzuela, L.O.; Ehleringer, J.R. Strontium isotope ratios of human hair record intra-city variations in tap water

source. Sci. Rep. 2018, 8, 3334. [CrossRef]
3. Ammer, S.T.M.; Kootker, L.M.; Bartelink, E.J.; Anderson, B.E.; Cunha, E.; Davies, G.R. Comparison of strontium isotope ratios in

Mexican human hair and tap water as provenance indicators. Forensic Sci. Int. 2020, 314, 110422. [CrossRef]
4. Saitoh, M.; Uzuka, M.; Sakamoto, M. Human hair cycle. J. Investig. Dermatol. 1970, 54, 65. [CrossRef] [PubMed]
5. Pragst, F.; Balikova, M.A. State of the art in hair analysis for detection of drug and alcohol abuse. Clin. Chim. Acta 2006, 370, 17–49.

[CrossRef]
6. Vandevenne, M.; Vandenbussche, H.; Verstraete, A. Detection time of drugs of abuse in urine. Acta Clin. Belg. 2000, 55, 323–333.

[CrossRef] [PubMed]
7. Verstraete, A.G. Detection times of drugs of abuse in blood, urine, and oral fluid. Ther. Drug. Monit. 2004, 26, 200–205. [CrossRef]
8. Shima, N.; Sasaki, K.; Kamata, T.; Matsuta, S.; Wada, M.; Kakehashi, H.; Nakano, S.; Kamata, H.; Nishioka, H.; Sato, T.; et al.

Incorporation of zolpidem into hair and its distribution after a single administration. Drug Metab. Dispos. 2017, 45, 286–293.
[CrossRef]

9. Uhl, M. Determination of drugs in hair using GC/MS/MS. Forensic Sci. Int. 1997, 84, 281–294. [CrossRef]
10. Rodushkin, I.; Axelsson, M.D. Application of double focusing sector field ICP-MS for multielemental characterization of human

hair and nails. Part, I. Analytical methodology. Sci. Total Environ. 2000, 250, 83–100. [CrossRef]
11. Kronstrand, R.; Nystrom, I.; Strandberg, J.; Druid, H. Screening for drugs of abuse in hair with ion spray LC-MS-MS. Forensic Sci.

Int. 2004, 145, 183–190. [CrossRef]
12. Salmela, S.; Vuori, E.; Kilpio, J.O. The effect of washing procedures on trace-element content of human-hair. Anal. Chim. Acta

1981, 125, 131–137. [CrossRef]
13. Borella, P.; Rovesti, S.; Caselgrandi, E.; Bargellini, A. Quality control in hair analysis: A systematic study on washing procedures

for trace element determinations. MikroChim. Acta 1996, 123, 271–280. [CrossRef]
14. Pineda-Vargas, C.A.; Eisa, M.E.M. Analysis of human hair cross sections from two different population groups by Nuclear

Microscopy. Nucl. Instrum. Meth. B 2010, 268, 2164–2167. [CrossRef]
15. Beasley, D.; Gomez-Morilla, I.; Spyrou, N. Elemental analysis of hair using PIXE-tomography and INAA. J. Radioanal. Nucl. Chem.

2008, 276, 101–105. [CrossRef]
16. Gillen, G.; Roberson, S.; Ng, C.; Stranick, M. Elemental and molecular imaging of human hair using secondary ion mass

spectrometry. Scanning 1999, 21, 173–181. [CrossRef] [PubMed]
17. Erne, R.; Bernhard, L.; Kawecki, M.; Baumgartner, M.R.; Kraemer, T. Using time-of-flight secondary ion mass spectrometry

(ToF-SIMS) and matrix assisted laser desorption/ionization mass spectrometry (MALDI-MS) for investigations on single hair
samples to solve the contamination versus incorporation issue of hair analysis in the case of cocaine and methadone. Analyst
2020, 145, 4906–4919. [PubMed]

18. Robbins, C.R. Chemical and Physical Behavior of Human Hair, 5th ed.; Springer: New York, NY, USA, 2012.
19. Rogers, G.E. Known and unknown features of hair cuticle structure: E brief review. Cosmetics 2019, 6, 32. [CrossRef]
20. Parry, D.A.D.; Smith, T.A.; Rogers, M.A.; Schweizer, J. Human hair keratin-associated proteins: Sequence regularities and

structural implications. J. Struct. Biol. 2006, 155, 361–369. [CrossRef]
21. Rogers, M.A.; Langbein, L.; Praetzel-Wunder, S.; Winter, H.; Schweizer, J. Human hair keratin-associated proteins (KAPs). Int.

Rev. Cytol. 2006, 251, 209–263.
22. Sinclair, R.D. Healthy hair: What is it? J. Investig. Derm. Symp. Proc. 2007, 12, 2–5. [CrossRef] [PubMed]
23. Gavazzoni Dias, M.F. Hair cosmetics: An overview. Int. J. Trichol. 2015, 7, 2–15. [CrossRef]
24. Kintz, P.; Salomone, A.; Vincenti, M. Hair Analysis in Clinical and Forensic Toxicology, 1st ed.; Academic Press; Elsevier: London,

UK, 2015.
25. Valentine, J.L.; Kang, H.K.; Spivey, G. Arsenic levels in human blood, urine, and hair in response to exposure via drinking water.

Environ. Res. 1979, 20, 24–32. [CrossRef]
26. Harrison, W.W.; Yurachek, J.P.; Benson, C.A. Determination of trace elements in human hair by atomic absorption spectroscopy.

Clin. Chim. Acta 1969, 23, 83–91. [CrossRef]
27. Backer, E.T. Chloric acid digestion in determination of trace metals (Fe, Zn and Cu) in brain and hair by atomic absorption

spectrophotometry. Clin. Chim. Acta 1969, 24, 233–238. [CrossRef]

http://www.ncbi.nlm.nih.gov/pubmed/16951265
http://doi.org/10.1038/s41598-018-21359-0
http://doi.org/10.1016/j.forsciint.2020.110422
http://doi.org/10.1111/1523-1747.ep12551679
http://www.ncbi.nlm.nih.gov/pubmed/5416680
http://doi.org/10.1016/j.cca.2006.02.019
http://doi.org/10.1080/17843286.2000.11754319
http://www.ncbi.nlm.nih.gov/pubmed/11484423
http://doi.org/10.1097/00007691-200404000-00020
http://doi.org/10.1124/dmd.116.074211
http://doi.org/10.1016/S0379-0738(96)02072-5
http://doi.org/10.1016/S0048-9697(00)00369-7
http://doi.org/10.1016/j.forsciint.2004.04.034
http://doi.org/10.1016/S0003-2670(01)85057-1
http://doi.org/10.1007/BF01244400
http://doi.org/10.1016/j.nimb.2010.02.041
http://doi.org/10.1007/s10967-007-0416-6
http://doi.org/10.1002/sca.4950210301
http://www.ncbi.nlm.nih.gov/pubmed/10390863
http://www.ncbi.nlm.nih.gov/pubmed/32484169
http://doi.org/10.3390/cosmetics6020032
http://doi.org/10.1016/j.jsb.2006.03.018
http://doi.org/10.1038/sj.jidsymp.5650046
http://www.ncbi.nlm.nih.gov/pubmed/18004288
http://doi.org/10.4103/0974-7753.153450
http://doi.org/10.1016/0013-9351(79)90082-3
http://doi.org/10.1016/0009-8981(69)90014-X
http://doi.org/10.1016/0009-8981(69)90318-0


Molecules 2021, 26, 7522 17 of 20

28. Rodushkin, I.; Axelsson, M.D. Application of double focusing sector field ICP-MS for multielemental characterization of human
hair and nails. Part II. A study of the inhabitants of northern Sweden. Sci. Total Environ. 2000, 262, 21–36. [CrossRef]

29. Ulrich, A.; Moor, C.; Vonmont, H.; Jordi, H.R.; Lory, M. ICP-MS trace-element analysis as a forensic tool. Anal. Bioanal. Chem.
2004, 378, 1059–1068. [CrossRef]

30. Moor, C.; Lymberopoulou, T.; Dietrich, V.J. Determination of heavy metals in soils, sediments and geological materials by ICP-AES
and ICP-MS. MikroChim. Acta 2001, 136, 123–128. [CrossRef]

31. Baumgartner, A.M.; Jones, P.F.; Baumgartner, W.A.; Black, C.T. Radioimmunoassay of hair for determining opiate-abuse histories.
J. Nucl. Med. 1979, 20, 748–752.

32. Cheze, M.; Duffort, G.; Deveaux, M.; Pepin, G. Hair analysis by liquid chromatography-tandem mass spectrometry in toxicological
investigation of drug-facilitated crimes: Report of 128 cases over the period June 2003-May 2004 in metropolitan Paris. Forensic
Sci. Int. 2005, 153, 3–10. [CrossRef] [PubMed]

33. Hegstad, S.; Khiabani, H.Z.; Kristoffersen, L.; Kunoe, N.; Lobmaier, P.P.; Christophersen, A.S. Drug screening of hair by liquid
chromatography-tandem mass spectrometry. J. Anal. Toxicol. 2008, 32, 364–372. [CrossRef]

34. Klausz, G.; Keller, E.; Rona, K. Hair analysis of abused drugs with gas-chromatography mass spectrometry. Acta Pharm. Hung.
2009, 79, 47–56. [PubMed]

35. Wainhaus, S.B.; Tzanani, N.; Dagan, S.; Miller, M.L.; Amirav, A. Fast analysis of drugs in a single hair. J. Am. Soc. Mass Spectrom.
1998, 9, 1311–1320. [CrossRef]

36. Kintz, P.; Mangin, P. Simultaneous determination of opiates, cocaine and major metabolites of cocaine in human hair by gas
chromotography/mass spectrometry (GC/MS). Forensic Sci. Int. 1995, 73, 93–100. [CrossRef]

37. Kim, J.Y.; Cheong, J.C.; Lee, J.I.; In, M.K. Improved gas chromatography-negative ion chemical ionization tandem mass spectro-
metric method for determination of 11-nor-∆9-tetrahydrocannabinol-9-carboxylic acid in hair using mechanical pulverization
and bead-assisted liquid-liquid extraction. Forensic Sci. Int. 2011, 206, e99–e102. [CrossRef]

38. Stranorossi, S.; Bermejobarrera, A.; Chiarotti, M. Segmental hair analysis for cocaine and heroin abuse determination. Forensic Sci.
Int. 1995, 70, 211–216. [CrossRef]

39. Zimmerley, M.; Lin, C.Y.; Oertel, D.C.; Marsh, J.M.; Ward, J.L.; Potma, E.O. Quantitative detection of chemical compounds in
human hair with coherent anti-Stokes Raman scattering microscopy. J. Biomed. Opt. 2009, 14, 044019. [CrossRef] [PubMed]

40. Lorentz, K.O.; de Nolf, W.; Cotte, M.; Ioannou, G.; Foruzanfar, F.; Zaruri, M.R.; Sajjadi, S.M.S. Synchrotron radiation micro X-Ray
Fluorescence (SR-µXRF) elemental mapping of ancient hair: Metals and health at 3rd millennium BCE Shahr-i Sokhta, Iran. J.
Archaeol. Sci. 2020, 120, 105193. [CrossRef]

41. Smart, K.E.; Kilburn, M.; Schroeder, M.; Martin, B.G.H.; Hawes, C.; Marsh, J.M.; Grovenor, C.R.M. Copper and calcium uptake in
colored hair. J. Cosmet. Sci. 2009, 60, 337–345. [CrossRef]

42. Waki, M.L.; Onoue, K.; Takahashi, T.; Goto, K.; Saito, Y.; Inami, K.; Makita, I.; Angata, Y.; Suzuki, T.; Yamashita, M.; et al.
Investigation by imaging mass spectrometry of biomarker candidates for aging in the hair cortex. PLoS ONE 2011, 6, e26721.
[CrossRef]

43. Solazzo, C. Follow-up on the characterization of peptidic markers in hair and fur for the identification of common North American
species. Rapid Commun. Mass Spectrom. 2017, 31, 1375–1384. [CrossRef]

44. Audinot, J.N.; Schneider, S.; Yegles, M.; Hallegot, P.; Wennig, R.; Migeon, H.N. Imaging of arsenic traces in human hair by
nano-SIMS 50. Appl. Surf. Sci. 2004, 231, 490–496. [CrossRef]

45. Holzlechner, G.; Kubicek, M.; Hutter, H.; Fleig, J. A novel ToF-SIMS operation mode for improved accuracy and lateral resolution
of oxygen isotope measurements on oxides. J. Anal. Atom. Spectrom. 2013, 28, 1080–1089. [CrossRef]

46. Weber, R.J.M.; Southam, A.D.; Sommer, U.; Viant, M.R. Characterization of isotopic abundance measurements in high resolution
ft-icr and orbitrap mass spectra for improved confidence of metabolite identification. Anal. Chem. 2011, 83, 3737–3743. [CrossRef]
[PubMed]

47. Erne, R.; Bernard, L.; Steuer, A.E.; Baumgartner, M.R.; Kraemer, T. Hair analysis: Contamination versus incorporation from the
circulatory system—investigations on single hair samples using time-of-flight secondary ion mass spectrometry and matrix-
assisted laser desorption/ionization mass spectrometry. Anal. Chem. 2019, 91, 4132–4139. [CrossRef]

48. Miki, A.; Katagi, M.; Kamata, T.; Zaitsu, K.; Tatsuno, M.; Nakanishi, T.; Tsuchihashi, H.; Takubo, T.; Suzuki, K. MALDI-TOF and
MALDI-FTICR imaging mass spectrometry of methamphetamine incorporated into hair. J. Mass Spectrom. 2011, 46, 411–416.
[CrossRef]

49. Shen, M.; Xiang, P.; Shi, Y.; Pu, H.; Yan, H.; Shen, B. Mass imaging of ketamine in a single scalp hair by MALDI-FTMS. Anal.
Bioanal. Chem. 2014, 406, 4611–4616. [CrossRef] [PubMed]

50. Kamata, T.; Shima, N.; Miki, A.; Matsuo, E.; Yamamoto, T.; Tsuchihashi, H.; Sato, T.; Shimma, S.; Katagi, M. High spatial-resolution
matrix-assisted Laser desorption/ionization-ion trap-time-of-flight tandem mass spectrometry imaging for depicting longitudinal
and transverse distribution of drugs incorporated into hair. Anal. Chem. 2020, 92, 5821–5829. [CrossRef]

51. Stoeckli, M.; Staab, D.; Schweitzer, A. Compound and metabolite distribution measured by MALDI mass spectrometric imaging
in whole-body tissue sections. Int. J. Mass Spectrom. 2007, 260, 195–202. [CrossRef]

52. De Hoffmann, E.; Stroobant, V. Mass Spectrometry: Principles and Applications; John Wiley, and Sons: Hoboken, NJ, USA, 2007.
53. Ghaste, M.; Mistrik, R.; Shulaev, V. Applications of Fourier Transform Ion Cyclotron Resonance (FT-ICR) and orbitrap based high

resolution mass spectrometry in metabolomics and lipidomics. Int. J. Mol. Sci. 2016, 17, 816. [CrossRef]

http://doi.org/10.1016/S0048-9697(00)00531-3
http://doi.org/10.1007/s00216-003-2434-8
http://doi.org/10.1007/s006040170041
http://doi.org/10.1016/j.forsciint.2005.04.021
http://www.ncbi.nlm.nih.gov/pubmed/15922526
http://doi.org/10.1093/jat/32.5.364
http://www.ncbi.nlm.nih.gov/pubmed/19634634
http://doi.org/10.1016/S1044-0305(98)00108-1
http://doi.org/10.1016/0379-0738(95)01725-X
http://doi.org/10.1016/j.forsciint.2011.01.013
http://doi.org/10.1016/0379-0738(94)01620-K
http://doi.org/10.1117/1.3184444
http://www.ncbi.nlm.nih.gov/pubmed/19725730
http://doi.org/10.1016/j.jas.2020.105193
http://doi.org/10.1111/j.1468-2494.2010.00549_3.x
http://doi.org/10.1371/journal.pone.0026721
http://doi.org/10.1002/rcm.7923
http://doi.org/10.1016/j.apsusc.2004.03.192
http://doi.org/10.1039/c3ja50059d
http://doi.org/10.1021/ac2001803
http://www.ncbi.nlm.nih.gov/pubmed/21466230
http://doi.org/10.1021/acs.analchem.8b05866
http://doi.org/10.1002/jms.1908
http://doi.org/10.1007/s00216-014-7898-1
http://www.ncbi.nlm.nih.gov/pubmed/24906693
http://doi.org/10.1021/acs.analchem.9b05401
http://doi.org/10.1016/j.ijms.2006.10.007
http://doi.org/10.3390/ijms17060816


Molecules 2021, 26, 7522 18 of 20

54. Castaing, R.; Slodzian, G. Optique corpusculaire-premiers essais de microanalyse par emission ionique secondaire. J. Microsc.
1962, 1, 395–399.

55. Vickerman, J.C. Molecular imaging and depth profiling by mass spectrometry-SIMS, MALDI or DESI? Analyst 2011, 136,
2199–2217. [CrossRef] [PubMed]

56. Benninghoven, A.; Sichtermann, W.K. Detection, identification and structural investigation of biologically important compounds
by secondary ion mass-spectrometry. Anal. Chem. 1978, 50, 1180–1184. [CrossRef] [PubMed]

57. Touboul, D.; Kollmer, F.; Niehuis, E.; Brunelle, A.; Laprevote, O. Improvement of biological time-of-flight-secondary ion mass
spectrometry imaging with a bismuth cluster ion source. J. Am. Soc. Mass Spectr. 2005, 16, 1608–1618. [CrossRef]

58. Fletcher, J.S.; Lockyer, N.P.; Vaidyanathan, S.; Vickerman, J.C. TOF-SIMS 3D biomolecular imaging of Xenopus laevis oocytes
using buckminsterfullerene (C-60) primary ions. Anal. Chem. 2007, 79, 2199–2206. [CrossRef]

59. Tian, H.; Sparvero, L.J.; Blenkinsopp, P.; Amoscato, A.A.; Watkins, S.C.; Bayir, H.; Kagan, V.E.; Winograd, N. Secondary-ion
mass spectrometry images cardiolipins and phosphatidylethanolamines at the subcellular level. Angew. Chem. Int. Ed. 2019, 58,
3156–3161. [CrossRef]

60. Nilsson, K.D.; Granden, J.; Farewell, A.; Fletcher, J.S. Interrogation of chemical changes on, and through, the bacterial envelope
of Escherichia coli FabF mutant using time-of-flight secondary ion mass spectrometry. Surf. Interface Anal. 2021, 53, 1006–1012.
[CrossRef]

61. Rubakhin, S.S.; Sweedler, J.V. A mass spectrometry primer for mass spectrometry imaging. Methods Mol. Biol. 2010, 656, 21–49.
62. Beasley, E.; Francese, S.; Bassindale, T. Detection and mapping of cannabinoids in single hair samples through rapid derivatization

and matrix-assisted laser desorption ionization mass spectrometry. Anal. Chem. 2016, 88, 10328–10334. [CrossRef]
63. Bai, H.R.; Wang, S.J.; Liu, J.J.; Gao, D.; Jiang, Y.Y.; Liu, H.X.; Cai, Z.W. Localization of ginsenosides in Panax ginseng with different

age by matrix-assisted laser-desorption/ionization time-of-flight mass spectrometry imaging. J. Chromatogr. B 2016, 1026, 263–271.
[CrossRef]

64. Kaya, I.; Brinet, D.; Michno, W.; Baskurt, M.; Zetterbergt, H.; Blenow, K.; Hanrieder, J. Novel trimodal MALDI imaging mass
spectrometry (ims3) at 10 mu m reveals spatial lipid and peptide correlates implicated in a beta plaque pathology in alzheimer’s
disease. ACS Chem. NeuroSci. 2017, 8, 2778–2790. [CrossRef] [PubMed]

65. Stoeckli, M.; Chaurand, P.; Hallahan, D.E.; Caprioli, R.M. Imaging mass spectrometry: A new technology for the analysis of
protein expression in mammalian tissues. Nat. Med. 2001, 7, 493–496. [CrossRef] [PubMed]

66. Hopfgartner, G.; Varesio, E.; Stoeckli, M. Matrix-assisted laser desorption/ionization mass spectrometric imaging of complete rat
sections using a triple quadrupole linear ion trap. Rapid Commun. Mass Spectrom. 2009, 23, 733–736. [CrossRef] [PubMed]

67. Parrot, D.; Papazian, S.; Foil, D.; Tasdemir, D. Imaging the unimaginable: Desorption electrospray ionization-imaging mass
spectrometry (desi-ims) in natural product research. Planta Med. 2018, 84, 584–593. [CrossRef] [PubMed]

68. Richel, A.; Vanderghem, C.; Simon, M.; Wathelet, B.; Paquot, M. Evaluation of matrix-assisted laser desorption/ionization mass
spectrometry for second-generation lignin analysis. Anal. Chem. Insights 2012, 7, 79–89. [CrossRef]

69. Wojtowicz, A.; Wietecha-Posluszny, R. DESI-MS analysis of human fluids and tissues for forensic applications. Appl. Phys. A
2019, 125, 1–9. [CrossRef]

70. Lin, L.E.; Chen, C.L.; Huang, Y.C.; Chung, H.H.; Lin, C.W.; Chen, K.C.; Peng, Y.J.; Ding, S.T.; Wang, M.Y.; Shen, T.L.; et al.
Precision biomarker discovery powered by microscopy image fusion-assisted high spatial resolution ambient ionization mass
spectrometry imaging. Anal. Chim. Acta 2020, 1100, 75–87. [CrossRef]

71. Soudah, T.; Zoabi, A.; Margulis, K. Desorption electrospray ionization mass spectrometry imaging in discovery and development
of novel therapies. Mass Spectrom. Rev. 2021. [CrossRef] [PubMed]

72. Gunnarsson, A.; Kollmer, F.; Sohn, S.; Hook, F.; Sjovall, P. Spatial-resolution limits in mass spectrometry imaging of supported
lipid bilayers and individual lipid vesicles. Anal. Chem. 2010, 82, 2426–2433. [CrossRef]

73. Zavalin, A.; Yang, J.H.; Haase, A.; Holle, A.; Caprioli, R. Implementation of a gaussian beam laser and aspheric optics for high
spatial resolution MALDI imaging MS. J. Am. Soc. Mass Spectr. 2014, 25, 1079–1082. [CrossRef]

74. Bouschen, W.; Schulz, O.; Eikel, D.; Spengler, B. Matrix vapor deposition/recrystallization and dedicated spray preparation for
high-resolution scanning microprobe matrix-assisted laser desorption/ionization imaging mass spectrometry (SMALDI-MS) of
tissue and single cells. Rapid Commun. Mass Spectrom. 2010, 24, 355–364. [CrossRef]

75. Kaya, I.; Jennische, E.; Lange, S.; Malmberg, P. Multimodal chemical imaging of a single brain tissue section using ToF-SIMS,
MALDI-ToF and immuno/histochemical staining. Analyst 2021, 146, 1169–1177. [CrossRef]

76. Flinders, B.; Cuypers, E.; Porta, T.; Varesio, E.; Hopfgartner, G.; Heeren, R.M.A. Mass spectrometry imaging of drugs of abuse in
hair. Methods Mol. Biol. 2017, 1618, 137–147.

77. Lanekoff, I.; Laskin, J. Quantitative mass spectrometry imaging of molecules in biological systems. Adv. Chromatogr. 2018, 54,
43–72.

78. Seah, M.P.; Shard, A.G. The matrix effect in secondary ion mass spectrometry. Appl Surf. Sci. 2018, 439, 605–611. [CrossRef]
79. Angerer, T.B.; Pour, M.D.; Malmberg, P.; Fletcher, J.S. Improved molecular imaging in rodent brain with time-of-flight-secondary

ion mass spectrometry using gas cluster ion beams and reactive vapor exposure. Anal. Chem. 2015, 87, 4305–4313. [CrossRef]
[PubMed]

80. Pour, M.D.; Malmberg, P.; Ewing, A. An investigation on the mechanism of sublimed DHB matrix on molecular ion yields in
SIMS imaging of brain tissue. Anal. Bioanal. Chem. 2016, 408, 3071–3081. [CrossRef]

http://doi.org/10.1039/c1an00008j
http://www.ncbi.nlm.nih.gov/pubmed/21461433
http://doi.org/10.1021/ac50030a043
http://www.ncbi.nlm.nih.gov/pubmed/677465
http://doi.org/10.1016/j.jasms.2005.06.005
http://doi.org/10.1021/ac061370u
http://doi.org/10.1002/anie.201814256
http://doi.org/10.1002/sia.6905
http://doi.org/10.1021/acs.analchem.6b03551
http://doi.org/10.1016/j.jchromb.2015.09.024
http://doi.org/10.1021/acschemneuro.7b00314
http://www.ncbi.nlm.nih.gov/pubmed/28925253
http://doi.org/10.1038/86573
http://www.ncbi.nlm.nih.gov/pubmed/11283679
http://doi.org/10.1002/rcm.3934
http://www.ncbi.nlm.nih.gov/pubmed/19206086
http://doi.org/10.1055/s-0044-100188
http://www.ncbi.nlm.nih.gov/pubmed/29388184
http://doi.org/10.4137/ACI.S10799
http://doi.org/10.1007/s00339-019-2564-2
http://doi.org/10.1016/j.aca.2019.11.014
http://doi.org/10.1002/mas.21736
http://www.ncbi.nlm.nih.gov/pubmed/34642958
http://doi.org/10.1021/ac902744u
http://doi.org/10.1007/s13361-014-0872-5
http://doi.org/10.1002/rcm.4401
http://doi.org/10.1039/D0AN02172E
http://doi.org/10.1016/j.apsusc.2018.01.065
http://doi.org/10.1021/ac504774y
http://www.ncbi.nlm.nih.gov/pubmed/25799886
http://doi.org/10.1007/s00216-016-9385-3


Molecules 2021, 26, 7522 19 of 20

81. Wang, H.; Wang, Y. Matrix-assisted laser desorption/ionization mass spectrometric imaging for the rapid segmental analysis of
methamphetamine in a single hair using umbelliferone as a matrix. Anal. Chim. Acta 2017, 975, 42–51. [CrossRef] [PubMed]

82. Stenn, K.S.; Paus, R. Controls of hair follicle cycling. Physiol. Rev. 2001, 81, 449–494. [CrossRef]
83. Nakanishi, T.; Nirasawa, T.; Takubo, T. Quantitative mass barcode-like image of nicotine in single longitudinally sliced hair

sections from long-term smokers by matrix-assisted laser desorption time-of-flight mass spectrometry imaging. J. Anal. Toxicol.
2014, 38, 349–353. [CrossRef] [PubMed]

84. Kempson, I.M.; Skinner, W.M. A comparison of washing methods for hair mineral analysis: Internal versus external effects. Biol.
Trace Elem. Res. 2012, 150, 10–14. [CrossRef] [PubMed]

85. Cooper, G.A.; Kronstrand, R.; Kintz, P.; Society of Hair, T. Society of hair testing guidelines for drug testing in hair. Forensic Sci.
Int. 2012, 218, 20–24. [CrossRef] [PubMed]

86. Society of Hair, T. Recommendations for hair testing in forensic cases. Forensic Sci. Int. 2004, 145, 83–84.
87. Cuypers, E.; Flinders, B.; Boone, C.M.; Bosman, I.J.; Lusthof, K.J.; Van Asten, A.C.; Tytgat, J.; Heeren, R.M. Consequences of

decontamination procedures in forensic hair analysis using metal-assisted secondary ion mass spectrometry analysis. Anal. Chem.
2016, 88, 3091–3097. [CrossRef] [PubMed]

88. Kintz, P. Analytical and Practical Aspects of Drug Testing in Hair, 1st ed.; CRC Press: Boca Raton, FL, USA, 2007.
89. Poetzsch, M.; Baumgartner, M.R.; Steuer, A.E.; Kraemer, T. Segmental hair analysis for differentiation of tilidine intake from

external contamination using LC-ESI-MS/MS and MALDI-MS/MS imaging. Drug Test. Anal. 2015, 7, 143–149. [CrossRef]
90. Wikramanayake, T.C.; Mauro, L.M.; Tabas, I.A.; Chen, A.L.; Llanes, I.C.; Jimenez, J.J. Cross-section trichometry: A clinical tool for

assessing the progression and treatment response of alopecia. Int. J. Trichol. 2012, 4, 259–264. [PubMed]
91. Ruetsch, S.B.; Kamath, Y.K.; Rele, A.S.; Mohile, R.B. Secondary ion mass spectrometric investigation of penetration of coconut

and mineral oils into human hair fibers: Relevance to hair damage. J. Cosmet Sci. 2001, 52, 169–184.
92. Kojima, T.; Yamada, H.; Isobe, M.; Yamamoto, T.; Takeuchi, M.; Aoki, D.; Matsushita, Y.; Fukushima, K. Compositional changes

of human hair melanin resulting from bleach treatment investigated by nanoscale secondary ion mass spectrometry. Skin Res.
Technol. 2014, 20, 416–421. [CrossRef]

93. Hindmarsh, J.T. Caveats in hair analysis in chronic arsenic poisoning. Clin. Biochem. 2002, 35, 1–11. [CrossRef]
94. Hallegot, P.; Corcuff, P. High-spatial-resolution maps of sulphur from human hair sections: An EELS study. J. Microsc. 1993, 172,

131–136. [CrossRef]
95. Cooper, R.B.; Kirk, P.L. An improved technique for sectioning hairs. J. Crim. Law Criminol. Police Sci. 1953, 44, 124–127. [CrossRef]
96. O’Malley, J.T.; Merchant, S.N.; Burgess, B.J.; Jones, D.D.; Adams, J.C. Effects of fixative and embedding medium on morphology

and immunostaining of the cochlea. Audiol. Neurotol. 2009, 14, 78–87.
97. Hess, W.M.; Seegmiller, R.E. Computerized image-analysis of resin-embedded hair. Trans. Am. Microsc. Soc. 1988, 107, 421–425.

[CrossRef]
98. Bertrand, L.; Vichi, A.; Doucet, J.; Walter, P.; Blanchard, P. The fate of archaeological keratin fibres in a temperate burial context:

Microtaphonomy study of hairs from Marie de Bretagne (15th c., Orléans, France). J. Archaeol. Sci. 2014, 42, 487–499. [CrossRef]
99. Gill, E.L.; Yost, R.A.; Vedam-Mai, V.; Garrett, T.J. Precast gelatin-based molds for tissue embedding compatible with mass

spectrometry imaging. Anal. Chem. 2017, 89, 576–580. [CrossRef]
100. Chen, R.; Hui, L.; Sturm, R.M.; Li, L. Three dimensional mapping of neuropeptides and lipids in crustacean brain by mass spectral

imaging. J. Am. Soc. Mass Spectrom. 2009, 20, 1068–1077. [CrossRef] [PubMed]
101. Schwartz, S.A.; Reyzer, M.L.; Caprioli, R.M. Direct tissue analysis using matrix-assisted laser desorption/ionization mass

spectrometry: Practical aspects of sample preparation. J. Mass Spectrom. 2003, 38, 699–708. [CrossRef] [PubMed]
102. Wortmann, F.J.; Wortmann, G.; Sripho, T. Why is hair curly?—Deductions from the structure and the biomechanics of the mature

hair shaft. Exp. Dermatol. 2020, 29, 366–372. [CrossRef]
103. Mohammad, N.I. Simple modified freezing technique for identification of human scalp and pubic hairs. Egypt. J. Forensic Sci.

2012, 2, 69–72. [CrossRef]
104. Hutchinson, P.E.; Thompson, J.R. The cross-sectional size and shape of human terminal scalp hair. Br. J. Dermatol. 1997, 136,

159–165.
105. Kempson, I.M.; Skinner, W.M. ToF-SIMS analysis of elemental distributions in human hair. Sci. Total Environ. 2005, 338, 213–227.

[CrossRef]
106. Kempson, I.M.; Skinner, W.M.; Kirkbride, P.K. A method for the longitudinal sectioning of single hair samples. J. Forensic Sci.

2002, 47, 889–892. [CrossRef] [PubMed]
107. Kamata, T.; Shima, N.; Sasaki, K.; Matsuta, S.; Takei, S.; Katagi, M.; Miki, A.; Zaitsu, K.; Nakanishi, T.; Sato, T.; et al. Time-course

mass spectrometry imaging for depicting drug incorporation into hair. Anal. Chem. 2015, 87, 5476–5481. [CrossRef] [PubMed]
108. Flinders, B.; Cuypers, E.; Zeijlemaker, H.; Tytgat, J.; Heeren, R.M. Preparation of longitudinal sections of hair samples for the

analysis of cocaine by MALDI-MS/MS and TOF-SIMS imaging. Drug Test. Anal. 2015, 7, 859–865. [CrossRef]
109. Kojima, T.; Yamada, H.; Saito, Y.; Nawa, T.; Isobe, M.; Yamamoto, T.; Aoki, D.; Matsushita, Y.; Fukushima, K. Investigation of

dyeing behavior of oxidative dye in fine structures of the human hair cuticle by nanoscale secondary ion mass spectrometry. Skin
Res. Technol. 2015, 21, 295–301. [CrossRef] [PubMed]

110. Porta, T.; Grivet, C.; Kraemer, T.; Varesio, E.; Hopfgartner, G. Single hair cocaine consumption monitoring by mass spectrometric
imaging. Anal. Chem. 2011, 83, 4266–4272. [CrossRef] [PubMed]

http://doi.org/10.1016/j.aca.2017.04.012
http://www.ncbi.nlm.nih.gov/pubmed/28552305
http://doi.org/10.1152/physrev.2001.81.1.449
http://doi.org/10.1093/jat/bku032
http://www.ncbi.nlm.nih.gov/pubmed/24802158
http://doi.org/10.1007/s12011-012-9456-z
http://www.ncbi.nlm.nih.gov/pubmed/22639387
http://doi.org/10.1016/j.forsciint.2011.10.024
http://www.ncbi.nlm.nih.gov/pubmed/22088946
http://doi.org/10.1021/acs.analchem.5b03979
http://www.ncbi.nlm.nih.gov/pubmed/26878081
http://doi.org/10.1002/dta.1674
http://www.ncbi.nlm.nih.gov/pubmed/23766610
http://doi.org/10.1111/srt.12133
http://doi.org/10.1016/S0009-9120(01)00282-X
http://doi.org/10.1111/j.1365-2818.1993.tb03404.x
http://doi.org/10.2307/1139480
http://doi.org/10.2307/3226338
http://doi.org/10.1016/j.jas.2013.11.028
http://doi.org/10.1021/acs.analchem.6b04185
http://doi.org/10.1016/j.jasms.2009.01.017
http://www.ncbi.nlm.nih.gov/pubmed/19264504
http://doi.org/10.1002/jms.505
http://www.ncbi.nlm.nih.gov/pubmed/12898649
http://doi.org/10.1111/exd.14048
http://doi.org/10.1016/j.ejfs.2011.11.001
http://doi.org/10.1016/j.scitotenv.2004.07.017
http://doi.org/10.1520/JFS15452J
http://www.ncbi.nlm.nih.gov/pubmed/12137002
http://doi.org/10.1021/acs.analchem.5b00971
http://www.ncbi.nlm.nih.gov/pubmed/25919888
http://doi.org/10.1002/dta.1812
http://doi.org/10.1111/srt.12192
http://www.ncbi.nlm.nih.gov/pubmed/25323334
http://doi.org/10.1021/ac200610c
http://www.ncbi.nlm.nih.gov/pubmed/21510611


Molecules 2021, 26, 7522 20 of 20

111. Poetzsch, M.; Steuer, A.E.; Roemmelt, A.T.; Baumgartner, M.R.; Kraemer, T. Single hair analysis of small molecules using
MALDI-triple quadrupole MS imaging and LC-MS/MS: Investigations on opportunities and pitfalls. Anal. Chem. 2014, 86,
11758–11765. [CrossRef]

112. Gilliland, W.M., Jr.; Prince, H.M.A.; Poliseno, A.; Kashuba, A.D.M.; Rosen, E.P. Infrared matrix-assisted laser desorption
electrospray ionization mass spectrometry imaging of human hair to characterize longitudinal profiles of the antiretroviral
maraviroc for adherence monitoring. Anal. Chem. 2019, 91, 10816–10822. [CrossRef] [PubMed]

113. Gilliland, W.M.; White, N.R.; Yam, B.H.; Mwangi, J.N.; Prince, H.M.A.; Weideman, A.M.; Kashuba, A.D.M.; Rosen, E.P. Influence
of hair treatments on detection of antiretrovirals by mass spectrometry imaging. Analyst 2020, 145, 4540–4550. [CrossRef]

114. Harkey, M.R. Anatomy and physiology of hair. Forensic Sci. Int. 1993, 63, 9–18. [CrossRef]
115. Cone, E.J.; Yousefnejad, D.; Darwin, W.D.; Maguire, T. Testing human hair for drugs of abuse. II. Identification of unique cocaine

metabolites in hair of drug abusers and evaluation of decontamination procedures. J. Anal. Toxicol. 1991, 15, 250–255. [CrossRef]
[PubMed]

116. Baumgartner, W.A.; Hill, V.A. Sample preparation techniques. Forensic Sci. Int. 1993, 63, 121–135. [CrossRef]
117. Stout, P.R.; Ropero-Miller, J.D.; Baylor, M.R.; Mitchell, J.M. External contamination of hair with cocaine: Evaluation of external

cocaine contamination and development of performance-testing materials. J. Anal. Toxicol. 2006, 30, 490–500. [CrossRef] [PubMed]
118. Morton, J.; Carolan, V.A.; Gardiner, P.H.E. Removal of exogenously bound elements from human hair by various washing

procedures and determination by inductively coupled plasma mass spectrometry. Anal. Chim. Acta 2002, 455, 23–34. [CrossRef]
119. Mantinieks, D.; Wright, P.; Di Rago, M.; Gerostamoulos, D. A systematic investigation of forensic hair decontamination procedures

and their limitations. Drug Test. Anal. 2019, 11, 1542–1555. [CrossRef] [PubMed]
120. Bossers, L.C.; Paul, R.; Berry, A.J.; Kingston, R.; Middendorp, C.; Guwy, A.J. An evaluation of washing and extraction techniques

in the analysis of ethyl glucuronide and fatty acid ethyl esters from hair samples. J. Chromatogr. B 2014, 953–954. [CrossRef]
121. Swift, J.A.; Holmes, A.W. Degradation of human hair by papain: Part III: Some electron microscope observations. Text. Res. J.

1965, 35, 1014–1019. [CrossRef]

http://doi.org/10.1021/ac503193w
http://doi.org/10.1021/acs.analchem.9b02464
http://www.ncbi.nlm.nih.gov/pubmed/31345022
http://doi.org/10.1039/D0AN00478B
http://doi.org/10.1016/0379-0738(93)90255-9
http://doi.org/10.1093/jat/15.5.250
http://www.ncbi.nlm.nih.gov/pubmed/1960975
http://doi.org/10.1016/0379-0738(93)90266-D
http://doi.org/10.1093/jat/30.8.490
http://www.ncbi.nlm.nih.gov/pubmed/17132242
http://doi.org/10.1016/S0003-2670(01)01578-1
http://doi.org/10.1002/dta.2681
http://www.ncbi.nlm.nih.gov/pubmed/31407511
http://doi.org/10.1016/j.jchromb.2014.01.049
http://doi.org/10.1177/004051756503501108

	Introduction 
	Techniques over Time—From Bulk Analysis to High Resolution Mapping 
	Analysis of Hair by Mass Spectrometry Imaging 
	Sample Preparation Procedures: Considerations, Pitfalls, and Use Cases 
	Hair Core Analysis 
	Washing Procedures 
	Cross-Sectioning of Hair Strands 
	Longitudinal Sectioning of Hair Strands 

	Hair Cuticle Analysis 

	Conclusions 
	References

