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ToF-SIMS imaging of lipids and lipid related
compounds in Drosophila brain

Nhu T. N. Phan,*® John S. Fletcher,®” Peter Sjovall>“ and Andrew G. Ewing®®“*

Drosophila melanogaster (fruit fly) has a relatively simple nervous system but possesses high order brain functions similar to
humans. Therefore, it has been used as a common model system in biological studies, particularly drug addiction. Here, the spatial
distribution of biomolecules in the brain of the fly was studied using time-of-flight SIMS. Fly brains were analyzed frozen to pre-
vent molecular redistribution prior to analysis. Different molecules were found to distribute differently in the tissue, particularly
the eye pigments, diacylglycerides, and phospholipids, and this is expected to be driven by their biological functions in the brain.
Correlations in the localization of these molecules were also observed using principal components analysis of image data, and this
was used to identify peaks for further analysis. Furthermore, consecutive analyses following 10 keV Ar,s00" sputtering showed
that different biomolecules respond differently to Ar,s00" sputtering. Significant changes in signal intensities between consecu-

tive analyses were observed for high mass molecules including lipids. Copyright © 2014 John Wiley & Sons, Ltd.

Additional supporting information may be found in the online version of this article at the publisher’s web-site.
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Introduction

Time-of-flight SIMS (ToF-SIMS) can be used as an exploratory tool
to map and quantify the relative amounts of biomolecules in
tissues'" ™ and cells.*®! In most cases, this can be carried out with-
out extensive sample pretreatment, which is a great advantage for
biological studies. Consequently, the potential of ToF-SIMS is being
realized in an increasing number of biological applications.”~!

Drosophila melanogaster, or the fruit fly, is a well-known model
system for biological studies."®'? The fly is small, proliferates
rapidly, and has a short life cycle that is beneficial for culturing
in the laboratory and collecting a large number of samples for
statistical analysis. In terms of physiological effects, the fly
demonstrates similarities with humans, including effects related
to drug addiction making them suitable for the exploration of
drug effects on the nervous system.

For brain functions, some biomolecules are known to play an
important role. However, the mechanism by which these
molecules change both in localization and concentration as a
result of exogenous interferences, including drugs, is still not fully
understood. Furthermore, many structural biomolecules, such as
phospholipids, appear likely to be involved in drug action.
Localization of these biomolecules is most likely related to their
biological function, which has been evident in several
studies.l'*'® In order to understand the mechanistic effects of
exogenous interferences, it is therefore important to know the
spatial distribution of the relevant biomolecular components.

In our present study, which has the principal goal to investi-
gate chemical changes in the Drosophila brain following drug ad-
ministration, we have used ToF-SIMS to map the localization of
several biomolecules in the fly brain. In addition, the 2D molecu-
lar distribution across the fly brain after increasing amounts
argon cluster (Arss0) Sputtering was examined for 3D imaging
purposes, and a variation of principal components analysis
(PCA) for comparison of images is introduced.

Experimental section
Instrument

Time-of flight SIMS analysis was carried out using a J105 3D
Chemical Imager (lonoptika Ltd., Southampton, UK) instrument,
for which details and operation principles are described else-
where.*"”! The instrument was equipped with a 40kV Ceo" pri-
mary ion source and a temporarily installed 10kV Ar gas cluster
ion beam (GCIB) capable of producing Arspo_3500 clusters. In the
‘static’ experiments, a Cgo" beam was set up to produce a beam
current of approximately 10 pA with a 3 um beam size. The ana-
lyzed area (800 x 800 um? with 256 x 256 pixels, unless otherwise
stated) received a primary ion dose density of 3.8 x 10'?ion/cm?.
Sputtering was performed using the Ar-GCIB, which was oper-
ated with an Ar,s00" beam current of 340 pA, delivering a cluster
ion dose density of 1.91x10"*ions/cm? per sputter cycle. The
sputter area was significantly larger than the analysis area to
avoid edge effects. For frozen analysis, the temperature of the
sample was kept below 120K at all times.
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Fly culture and sample preparation

Transgenic flies tyrosine hydroxylase green fluorescent protein
were cultured on potato meal/agar medium. Detailed fly culturing
protocols can be found in previous literature.l'®'®! Seven-day-old
male flies were transferred into a 15 ml centrifuge tube, quickly fro-
zen in liquid nitrogen and vortexed to detach the heads from the
bodies. The heads were collected and then attached on the surface
of a small ice cube in a plastic mold. The procedure was carried out
at liquid nitrogen temperature. The fly head samples were stored in
liquid nitrogen until sectioned in a cryo-microtome (Leica CM 1520,
Leica Biosystems) at —20°C under an argon atmosphere to pro-
duce 25 pm thick brain slices, which were placed onto indium tin
oxide-coated microscope slides. For frozen hydrated analysis, the
slides were transferred under liquid nitrogen to the J105 instru-
ment and mounted onto a precooled sample insertion stage via
an argon-filled glove box, thus minimizing the condensation of wa-
ter vapor from the atmosphere. For freeze-drying, the samples
were placed on a liquid nitrogen-cooled stainless steel block to
slowly warm up to room temperature in a vacuum desiccator over-
night. The freeze-dried samples were then transferred into the J105
instrument for analysis at room temperature.

Principal components analysis

Principal components analysis was carried out using Matlab (Version
R2013a, TheMathWorks Inc., USA). The data were mean-centered,
and PCA was performed using the nonlinear iterative partial least
squares (NIPALS) algorithm. Individual peak selection was not
performed, but multiple analyses were performed using different
m/z ranges.

Results and discussion
Sample preparation of the fly brain

In order to extract reliable information from biological samples by
ToF-SIMS imaging, it is vital that the original spatial distributions
of the analyzed molecules in the samples are maintained under
the vacuum conditions required for SIMS analysis. Sample prepara-
tion is therefore very important for obtaining reliable results on the
chemical and spatial structures of the fly brain. Two sample prepa-
ration procedures, freeze-drying and frozen-hydrated analysis,
were applied here to examine the effects of temperature on the
samples. The hydrated state of the frozen sample was confirmed
by the presence of water peaks in the spectra from the brain
section but not from the surrounding exposed ITO substrate. The
molecular distributions in freeze-dried, and frozen-hydrated fly
brains were different under these two conditions. Various biomole-
cules, especially diacylglycerides (DAGs), distribute across the whole

A

freeze-dried brains, whereas clear domains were observed on the
frozen brains (Figure S1). For the analysis conditions used in this
work, the frozen-hydrated analysis better preserved the molecular
localization, whereas migration of biomolecules was observed to
occur in the freeze-dried samples, presumably owing to the higher
analysis temperature of the freeze-dried sample. In addition, ioniza-
tion may be enhanced through the protonation by the water in the
frozen-hydrated samples® The frozen-hydrated method, therefore,
was used for further study.

Biomolecular distribution in the fly brain

Distinct localization of biomolecules was observed in the ion
images obtained from ToF-SIMS analysis of the frozen fly brain
sections (Fig. 1). Strong signals arising from the phosphatidylcholine
(PC) head group fragment (phosphocholine, [CsH;sNPO,I") at m/z
184.07 were distributed evenly across the brain. PC is the main lipid
component of the cell membrane; therefore, its strong homoge-
neous signal is a good indication of insignificant topography.
Several low mass peaks were observed only in the optical lobes,
such as m/z 230.11, 369.14, and 370.15. Interestingly, the peak with
m/z 369.14 is not attributed to cholesterol (commonly observed at
m/z 369.35 [M+H—H,0]* on cell and tissue samples analyzed with
ToF-SIMS) as the other major cholesterol peaks such as 385.35
[M—H]*, 753.74 [2M—H50]" are not present in the spectra.”®
The mass resolution of the instrument clearly distinguishes mass
m/z 369.14 from m/z 369.35. Instead, this peak is assigned to the
red eye pigment, drosopterin (C;sH;505N;0), which has been
shown to produce the molecular ion at m/z369.15 in liquid chro-
matography Fourier transform mass spectrometry analysis of
Drosophila?’?? In addition, the salt adducts with sodium at
m/z 391.14 and potassium at m/z 407.10 were also observed,
which confirms the drosopterin assignment. The other peaks
localizing in the optical lobes are also expected to originate from
the eye pigments; however, this has not yet been confirmed.

Signals of DAGs with different numbers of carbon atoms, from
Cy; to Cyg, and double bonds in the two fatty acid chains were
found in the center area of the brain. DAGs can originate from
the fragmentation of triacylglycerides or can be derived from
the hydrolysis of phospholipids. DAGs have been known as
important secondary messengers for cell growth and other
cellular functions.”® The overlay image of DAGs and the PC
fragment at m/z 184.07 shows no colocalization in the tissue, thus
indicating that phosphocholine-containing lipids are not the
main source for DAGs. In addition, signals from other peaks are
distributed over the whole brain area, particularly m/z 152.05
and 153.04. With the mass accuracy of 25 ppm, these peaks are
not hydrocarbon fragments but are tentatively assigned to
guanine and xanthine, which are found in the metabolomic
profile of Drosophila.’?**¥

Figure 1. Localization overlay of different biomolecules in a frozen fly brain analyzed with the C¢, " ion source, positive mode. A. PC fragment m/z 184.07
(blue) and eye pigment drosopterin m/z 369.14 (red). B. m/z 230.11 (red) and DAG (28:0) m/z 495.44 (green). C. PC fragment m/z 184.07 (red), DAG
(30:1) m/z 521.46 (green), and m/z 152.05 (blue). The analyzed area is 400 x 800 umz with 128 x 256 pixels receives a primary ion dose density of

3.8x10"%ion/cm?
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Exploration of molecular distribution changes by image
principal components analysis

The application of multivariate analysis methods, such as PCA, to
ToF-SIMS data has become increasingly common and has been
widely used for classification of various chemicals or biological
specimen, image contrast enhancement and for facilitating realistic
3D visualization.*>~28

Principal components analysis identifies the largest variance
between groups of samples on the basis of the variables associ-
ated with the sample. In the case of ToF-SIMS data, the samples
are mass spectra, and the variables are m/z values. A series of
principal components (PCs) are calculated, where PC1 captures
the largest variance between the samples, PC2 the second largest
variance, and so on. Each PC has a loading (eigenvector), which
explains what variables are contributing to the variance captured
by that PC. Samples are given a score (eigenvalue) against the
loading. Samples with the same amount of variance related to a
specific PC will have the same score. When applied to ToF-SIMS
images, the samples are spectra and each spectrum corresponds
to a different pixel. By mapping the score values onto a suitable
color scale, score images can be generated. This provides a useful
method for visualizing differences (and similarities) between
pixels (and therefore spectra that reflect chemical composition)
in the image.

Principal components analysis is normally applied to a single
ToF-SIMS image to look for differences within the image. Here,
we took a novel approach. We used PCA to investigate the
changes of different chemistries in a series of images. The data
from three images acquired after increasing bombardment with
10keV Arysoo” were combined in Matlab (concatenation). PCA
was then performed on the spectra from all three images at once
so that ‘between image’ variation could be assessed.

Molecular information might change in consecutive analyses
with Ar sputtering

Acknowledging the benefits from image PCA, we applied the
method to investigate the change in chemical distribution across
a fly brain with repeated analyses using Cso" accompanied by
Arys00" sputtering. The frozen sample was first analyzed using
Ceo' to produce an ion image, then sputtered by Ar,s00" with a
dose of 1.91 x 10" ions/cm? per sputter cycle. The image of the
second layer was obtained after sputtering, and the procedure
was repeated several times. Three Cgo" ion images were com-
bined for analysis using image PCA (Fig. 2). Pixels are displayed
on a red/black/green color scale where negatively scoring pixels
are red, positive are green, and the pixels showing zero variance
on the selected PC are black.

Three mass ranges were selected to highlight the variation
between different chemical species. The widest mass range
included all the m/z channels between m/z 120 and m/z 900.
Starting at m/z 120 avoided the extremely intense In* signal from
the substrate surrounding the sample. The second mass range
used was m/z 460-670 focusing on the signals arising from the
DAGs, and the final mass range selected was m/z 670-900, where
signals of intact phospholipid and triacylglycerides species occur.

For the widest mass range, m/z 120-900 (Fig. 2A), it was shown
in PC 4 that the DAGs, particularly DAG (26:0) at m/z 467.41,
(28:0) at m/z 495.44, and (30:1) at m/z 521.46, localized to the
middle brain area. Strong signals were observed at the first layer
relative to other peaks such as those from the eye pigments. The

Figure 2. Image PCA to compare molecular distribution on a fly brain
from three consecutive analyses with a Cgo" ion source and sputter with
Arys00" 10KeV in between, positive mode. From left to right are the first,
second, and third layers. A. Selecting the m/z 120-900 range; PC 4 shows
DAG (26:0) m/z 467.41, DAG (28:0) m/z 495.44, and DAG (30:1) m/z
521.46 localize in the red area; and dominant peaks at m/z 213.15,
197.16, drosopterin m/z 369.14 localize in the green area. B. Selecting
the m/z 460-670 range; PC 2 shows DAG (26:0) m/z 467.41, DAG (28:0)
m/z 495.44, and DAG (30:1) m/z 521.46, DAG (30:0) m/z 523.47 localize
in the red area; dominant peaks at m/z 576.55, 571.41, 604.54 localize in
the green area. C. Selecting the m/z 670-900 range; PC 4 shows dominant
peaks at m/z 702.41, 771.63, PC (36:2) at m/z 786.60 localize in the red
area; and m/z 671.46, PC (34:1) m/z 760.61 localize in the green area.

localization of these DAGs and small molecules, which colocalize
with DAGs, was significantly different after Ar,soo* etching. It
could be that small molecules delocalize on the brain surface,
therefore their distribution is clearer after removing the top layer.
Other possible explanations might be that these peaks originate
from the cuticles, which might remain on top of the brain after
sectioning with the cryo-microtome or that a small amount of
smearing might have occurred during slicing or thaw mounting.

Considering only the mass range m/z 460-670 for the DAGs
(Fig. 2B), significant differences between these and other as yet
unidentified peaks were observed in PC 2. The localization of
the DAGs does not change considerably between the three
layers; however, the intensities of DAG signals decrease slightly
after Ar,s0" etching.

Because of low intensities for the lipid molecular ion peaks
compared with other smaller molecules, their contribution to
spectral variations is not easily observed. PCA can, however, be
used to highlight the variations when performed for high mass
range m/z>670 (Fig. 2C). Interestingly, several unidentified
peaks are found to localize in correlation with the DAGs. These in-
clude m/z 702.41, 771.63, and PC (36:2) at m/z 786.60, whereas
m/z 671.46 and PC (34:1) at m/z 760.61 localize in different areas.
This provides further evidence for the argument previously
discussed that the DAGs observed do not mainly originate from
phosphocholine containing lipids. With image PCA, the correla-
tion in distribution between different molecular groups is
convincingly presented despite their relatively large difference
in signal intensities. In contrast to the small molecules, which
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appear to delocalize on the sample surface during sample prepa-
ration, the distribution of high mass molecules is unchanged
after Ar,s00" etching. However, the signal intensities of intact lipid
species decrease significantly in the second and third layers.
These experiments were repeated on different brain slices to
check reproducibility. Molecules have been shown to be affected
by Arysee” cluster sputtering differently, especially high mass
molecules such as lipids. To avoid interferences from the surround-
ing environment and artifacts from sample preparation, which
usually occur on the very top layer of samples, it is advantageous
to carry out analysis after sputtering the top layer with the Ar-GCIB.
However, it should be noted that different molecules respond
differently to the sputtering.

Conclusions

In this paper, we introduce a new biological application for SIMS,
imaging of Drosophila brain for the study of drug interactions
with brain chemistry and structure. A sample preparation
protocol for this extremely small sample has been successfully
developed. Frozen analysis methodology is shown to preserve
the chemical and spatial information of the fly brain. Different
spatial distributions of several biomolecules are observed, appar-
ently related to their biological functions in specific brain regions.
For data analysis, a new variant of image PCA using the entire
spectra instead of individual mass peaks from several MS images
at once has been shown to be very useful to identify changes in
the distribution of biomolecules. Sputtering with the Ar-GCIB has
been used to remove smearing defects from the sample surface
to obtain more reliable chemical information; however, it appears
that the Ar cluster sputtering might affect the intensity of high
mass molecules. Consecutive analyses with Ar,s00" sputtering or
3D imaging, therefore, should receive careful consideration to
avoid discrimination between different molecules. ToF-SIMS will
be further applied to the fly brain model to study chemical effects
of the stimulant drug, methylphenidate, on lipids and lipid-
related molecules.
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