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ABSTRACT: Coupling Fourier transform infrared spectros-
copy with focal plane array detectors at synchrotron radiation
sources (SR-FTIR-FPA) has provided a rapid method to
simultaneously image numerous biochemical markers in situ at
diffraction limited resolution. Since cells and nuclei are well
resolved at this spatial resolution, a direct comparison can be
made between FTIR functional group images and the histology
of the same section. To allow histological analysis of the same
section analyzed with infrared imaging, unfixed air-dried tissue
sections are typically fixed (after infrared spectroscopic analysis
is completed) via immersion fixation. This post fixation
process is essential to allow histological staining of the tissue

section. Although immersion fixation is a common practice in this filed, the initial rehydration of the dehydrated unfixed tissue
can result in distortion of subcellular morphology and confound correlation between infrared images and histology. In this study,
vapor fixation, a common choice in other research fields where postfixation of unfixed tissue sections is required, was employed in
place of immersion fixation post spectroscopic analysis. This method provided more accurate histology with reduced distortions
as the dehydrated tissue section is fixed in vapor rather than during rehydration in an aqueous fixation medium. With this
approach, accurate correlation between infrared images and histology of the same section revealed that Purkinje neurons in the
cerebellum are rich in cytosolic proteins and not depleted as once thought. In addition, we provide the first direct evidence of
intracellular lactate within Purkinje neurons. This highlights the significant potential for future applications of SR-FTIR-FPA
imaging to investigate cellular lactate under conditions of altered metabolic demand such as increased brain activity and hypoxia

or ischemia.
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I(nowledge of neuronal biochemistry at the cellular and
subcellular level is critical to elucidate mechanistic
pathways involved in both normal brain function and
neurodegeneration. However, few methods are available to
study the complex biochemical composition of individual
neurons in situ. Analysis of neurons at the subcellular level with
visible, fluorescence, or electron microscopy is limited to
morphology and the distribution of molecules that can be
identified with antibodies or tagged with a suitable radioisotope,
fluoro- or chromophore. Although such methods have provided
many insightful contributions, they cannot simultaneously
image an appreciable fraction of the neuronal metabolome,
including important metabolites such as lactate. Many analytical
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methods provide information at the tissue level but usually not
at the cellular or subcellular level, and as a direct consequence
of this much remains unknown about global neuronal
biochemistry.

Mlumination of a focal plane array detector with infrared light
generated by a synchrotron source provides a rapid method to
image across the entire mid-infrared range at diffraction limited
spatial resolution.'™® In the first study to demonstrate
subcellular resolution of neurons with SR-FTIR-FPA imaging,
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FTIR images were coupled with histology of the same tissue
section to resolve individual pyramidal neurons within the
hippocampus.'

In this study, SR-FTIR-FPA imaging was used to investigate
the cellular and subcellular biochemical composition of
Purkinje neurons, in situ. Purkinje neurons form the only
output pathways in the cerebellar cortex, and are crucial for
balance and muscle movement, which is controlled by the
cerebellum.””® Purkinje neurons are vulnerable to damage
(particularly ischemic damage), and a large amount of research
has been conducted on the role, content, and distribution of
specific proteins and enzymes that could account for this
vulnerability.>'>'! The relative protein content within the
cytosol of the Purkinje neuron is somewhat controversial,">"
due to the difficulties associated with performing semi-
quantitative analyses from routine histology, such as differential
penetration of protein binding dyes through sections, variable
dye binding to different protein structures, and nonspecific
binding of dyes to other macromolecules (e.g.,, carbohydrate
residues, nucleic acids).H’15 Moreover, an accurate under-
standing of the total protein content within a cell is important
for normalization of the measured expression of individual
proteins by immunocytochemistry and autoradiography.'> Our
understanding of Purkinje neuron metabolism is far from
complete; the large number of connections between Pukinje
cells and glial cell processes (particularly Bergmann glia)
suggest transport of metabolites into or out of the Purkinje
neuron.”¢ High localized levels of lactate dehydrogenase in
Purkinje neurons suggests that lactate is produced or consumed
in large quantities within these cells.'”'® Unfortunately, the
methods used to date have lacked the capability of studying the
cellular or subcellular metabolite distribution, and in particular
lactate distribution. Nuclear magnetic resonance spectroscopy
can be used to study the in vivo alterations in cerebral lactate
concentrations, but it lacks the spatial resolution needed to
resolve individual neurons." ' Likewise, biochemical assays of
microdissected tissue for which Purkinje neurons were the
major cell type have revealed elevated lactate levels, but the
Purkinje cell layer is too small to dissect only the Purkinje
cells.” In the study reported herein, we aim to resolve some
long-standing questions regarding intracellular protein content,
and to visualize intracellular lactate within Purkinje neurons.
Crucial to this work was a detailed examination of the protocols
required for subsequent (after spectroscopic analysis) fixation
and histological staining of the same tissue section analyzed
with FTIR imaging. To the best of our knowledge, this is both
the first study to report the true relative protein content of
Purkinje neurons, and the first attempt to image the relative
lactate content at the cellular level.

B RESULTS AND DISCUSSION

This study was driven by four specific aims: (1) replication of
published work to validate the FTIR spectroscopic markers
used to resolve individual neuron soma and subcellular features
for this study (nucleus and cytoplasm); (2) comparison and
optimization of postfixation (chemical fixation performed after
SR-FTIR-FPA imaging) for accurate histology of the same
tissue section analyzed with SR-FTIR-FPA imaging; (3) SR-
FTIR-FPA imaging investigation of the relative protein content
within Purkinje neurons (cytosol and nucleus) and surrounding
tissue (cerebellum molecular and granular layer); (4) SR-FTIR-
FPA investigation of the relative lactate distribution in Purkinje
neurons.
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1. Validation of FTIR Spectroscopic Markers to
Resolve Neuron Soma and Nucleus. Recently, SR-FTIR-
FPA imaging of murine hippocampal tissue was combined with
histology of the same tissue section to resolve the soma of
individual neurons, and to demonstrate the subcellular spatial
resolution capabilities of the technique.' Specifically, absorb-
ance of the ester carbonyl band was used as a spectroscopic
marker to generate semiquantitative images of lipid distribution.
Due to the lack of lipid within the neuron soma relative to the
surrounding neuropil, resolution of individual pyramidal
neurons was achieved. As can be seen in Figure 1, false-color

Figure 1. SR-FTIR-FPA imaging of pyramidal neurons within the
hippocampus. (A) Optical image of the unstained tissue section with
locations of neuron soma and nuclei drawn free hand in black and
white, respectively. White square indicates region analyzed with SR-
FTIR-FPA imaging. (B) Optical image of (A) without annotations.
(C) Optical image of H&E stained section analyzed with SR-FTIR-
FPA imaging (black box defines region analyzed). H&E stain
performed after spectroscopic analysis. (D) False-color functional
group image generated from area underneath the lipid 2(C=0) band
(1750—1710 cm™"), to reveal the presence of neuron soma. (E) False-
color functional group image generated from the ratio of the area
underneath the v,(CH;) band (2880—2865 cm™) and v,(CH,) band
(2860—2845 cm™), to reveal the presence of neuron nuclei. Scale bars
=10 pm.

functional group images generated from the area underneath
the lipid carbonyl band provide discrimination of the soma of
individual rat hippocampal pyramidal neurons from the
surrounding neuropil. The same marker band was applied to
rat cerebellum tissue (Figure 2), which also allowed
identification of the soma of individual Purkinje neurons. A
line map of the area under the lipid carbonyl band also clearly
indicates the location of the neuronal soma (Figure 3C, D).
However, it should be noted that the resolving power of this
approach is highly dependent on the lipid content of the
neuron and surrounding tissue. Due to the very low lipid
content of the granular layer, and the higher relative lipid
content of the molecular layer, both of which surround the
Purkinje neuron soma in the cerebellum, visual discrimination
of the Purkinje neuron soma based on this univariate analytical
approach was not as obvious compared to the hippocampal
example.

In addition to resolution of neuron soma, a characteristic
marker for the nucleus (the ratio of the area underneath the
methyl and the methylene bands) was identified for both rat
hippocampal pyramidal neurons, and cerebellar Purkinje
neurons. Identification of the nucleus could be achieved from
the optical images of the unstained tissue section, and good
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Figure 2. SR-FTIR-FPA imaging of a Purkinje neuron within the
cerebellum. (A) Optical image of the unstained tissue section with
location of neuron soma drawn free hand in black, the nucleus shown
with the white arrowhead. Black square indicates region analyzed with
SR-FTIR-FPA imaging. (B) Optical image of cresyl biolet stained
section analyzed with SR-FTIR-FPA imaging. Cresyl violet stain
performed after spectroscopic analysis. (C) False-color functional
group image generated from area underneath the lipid 2(C=0) band
(1750—1710 cm ™), to reveal the presence of neuron soma. (D) False-
color functional group image generated from the ratio of the area
underneath the v,(CH;) band (2880—2865 cm™) and v,(CH,) band
(2860—2845 cm ™), to reveal the presence of neuron nuclei. Scale bars
=10 pym.

correlation was observed with the false color functional group
maps generated from the v,(CH;):v,(CH,) band ratio (Figure
1E, Figure 2D). The ability to resolve the soma of individual
neurons and their nuclei with SR-FTIR-FPA imaging allows the
biochemistry of the soma as a whole, the nucleus, or cytoplasm
to be studied. Representative examples of spectra collected
from the nucleus and cytoplasm, which highlights the increased
methyl to methylene ratio within the nucleus, are presented in
Figure 3. As the nucleus is a major site of methylation within
the cell, this finding is not unexpected, and is likely to exist
across all cells and not only neurons.’> > We have also
observed the same increase in relative concentration of methyl
groups in the nuclei of neurons of the dentate gyrus
(hippocampus), deep cerebellar nuclei (cerebellum) and brain
stem (data not shown). The ability to resolve the nucleus based
on relative methyl content, may find significant application in
future studies regarding brain epigenetics, where neuronal DNA
methylation is thought to play critical roles.”® Independent
from revealing any chemical information, the choice of the
v,(CHj;) to v(CH,) ratio to visualize the cell nucleus is useful
due to the relatively short wavelengths of these bands
(approximately 3.5 um), allowing images with diffraction
limited resolution for this wavelength to be generated
(conservative approximation of 2.7 ﬂm).2’27

2. Post Fixation: Immersion versus Vapor Fixation.
The ability of SR-FTIR-FPA array imaging to generate
biochemical maps at cellular or subcellular resolution demands
concomitant high quality histological images of the same tissue
section for accurate correlation between biochemical distribu-
tion and morphology of a specific cell or subcellular feature
(ie, nucleus). It is well established that chemical fixation
drastically alters the elemental and biochemical composition of
brain tissue.”® ' Hence, unfixed flash frozen samples are
required for biospectroscopic investigations of this nature, with
post fixation performed after spectroscopic analysis to allow the
tissue section to be then stained. The literature on FTIR
spectroscopic studies of brain tissue reports almost exclusively
immersion-formalin-fixation of tissue sections which is
performed after spectroscopic analysis and prior to histological
staininog (typically hematoxylin and eosin or cresyl vio-
let)."*°~3 Although immersion fixation will preserve morphol-
ogy at the tissue level, it is known that immersion fixation of
unfixed tissue sections results in significant alterations to
subcellular morphology (dilation of organelles) and loss of
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Figure 3. Representative line map of a cross section through a
Purkinje neuron and surrounding molecular layer tissue. (A) Relative
protein distribution from integrated area under the amide I band. (B)
Ratio of methyl to methylene groups v(CH;):v(CH,), which
highlights the location of the Purkinje neuron nucleus. (C) Line
maps generated from integrated areas underneath the amide I band
(protein), carbonyl band (lipids), and the methyl to methylene ratio
from spectra extracted at 3 ym intervals from the center of the nucleus
(a—g). (D) Representative spectra from locations a, ¢, e, and g from
parts (A) and (B). The inset highlights the increased methyl to
methylene ratio observed in the nucleus relative to the cytoplasm
within the Purkinje neuron.

proteins and nucleic acids upon immersion in the aqueous
fixation medium.****~*° As such, when analysis of flash frozen
unfixed tissue is required (as is the case for biospectroscopic
analysis of diffusible ions and molecules), vapor fixation is
recommended post spectroscopic analysis, for histological
analysis of the same, or serial sections.”*~>* The process of
vapor fixation stabilizes unfixed thin and semithin sections prior
to immersion in aqueous fixative or staining reagents, which
would otherwise instantaneously degrade tissue morphol-
0gy*"* However, this approach has yet to be adopted
following FTIR spectroscopic analyses of unfixed tissue
sections.

In this investigation, two sets of tissue sections (10 ym thick)
from unfixed flash frozen cerebellum tissue were either
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immersion fixed in 4% buffered formalin or were vapor fixed in
the gas generated from dry formaldehyde heated to 80 °C, prior
to H&E staining (Figure 4). Both sets (immersion and vapor

Figure 4. Immersion-formalin-fixation versus vapor fixation. (A,B)
Optical images of an immersion-formalin-fixed H&E stained
cerebellum section, showing a representative example of a Purkinje
neuron (black arrow) with no identifiable nucleus. (C) Fluorescence
image of a DAPI stained immersion-formalin-fixed cerebellum section
showing poor labeling of nuclear DNA, and no visible Purkinje
neurons. (D,E) Optical images of a formaldehyde-vapor-fixed H&E
stained cerebellum section, showing a representative example of a
Purkinje neuron (black arrow) with an identifiable nucleus (white
arrowhead). (F) Fluorescence image of a DAPI stained formaldehyde-
vapor-fixed cerebellum section showing strong labeling of nuclear
DNA, and visible Purkinje neuron nuclei (highlighted by red circle).
ML = molecular layer, GL = granular layer. Scale bars: (A, D) = S0
um; (B,CEF) = 10 ym.

fixed) of H&E stained tissue sections allowed identification of
individual Purkinje neurons in addition to the molecular,
granular, and inner white matter tissue layers of the cerebellum
(Figure 4A,B,D,E). Due to the large size of the Purkinje neuron
soma (25 — 40 um), with a large nucleus of approximately 15
pum,” a nucleus was not and would not be expected to be visible
in each neuron, for both types of fixation protocol. However,
visible identification of Purkinje nuclei was enhanced in vapor-
fixed tissue relative to immersion-fixed tissue (Figure 4B,E). In
smaller cells, for example granule neurons, the nuclei were
clearly visible for both fixation protocol, however, the nuclei
were slightly larger in immersion-fixed tissue relative to vapor-
fixed tissue (Figure 4A,D). Immersion fixation will result in a
chemically and morphologically stable sample after fixation is
complete. However, these results indicate that the initial
immersion of an unfixed tissue section in the aqueous formalin
solution results in increased organelle size (most likely due to
the dehydration—rehydration process on unfixed tissue) and
leaching of cellular proteins and nucleic acids, contributing to
degradation of histology quality.

A similar effect was observed in a subsequent fluorescence
microscopy investigation using 4’,6-diamidino-2-phenylindole
(DAPI) which binds specifically to DNA. Two sets of tissue
sections (10 um thick) from unfixed flash frozen cerebellum
tissue were either vapor fixed or immersion-fixed, and DNA
stained with DAPI. As shown in Figure 4E, the immersion fixed
sample displayed poor morphology from DAPI fluorescence,
with no identification of the Purkinje cell nucleus. However, the
vapor-fixed tissue displayed greater overall fluorescence
intensity with clear identification of the nucleus for both
granular and Purkinje neurons (Figure 4F). Therefore, these
results highlight that although sample morphology at the
cellular level can be achieved in immersion fixed samples, for
correlative comparison between subcellular features (i.e.,
nucleus) and biochemical images generated by SR-FTIR-FPA
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imaging, vapor fixation of the tissue sections will provide more
accurate correlation. It must be noted that the dispersion of
nuclear material observed in this study is likely to be most
pronounced in large cells (i.e., the Purkinje neurons which are
25—40 pm in size are completely sliced open in a 10 ym thick
section),7’9 and will be less pronounced in small cells, which
may retain a larger proportion (or all) of their cell membrane,
minimizing distortions. In addition, the vapor-fixation method
used in this study allowed the application of standard
immunohistochemical methodology, and successful identifica-
tion of astrocytes through antigenicity to glial fibrillary acidic
protein (GFAP) was achieved (Supporting Information Figure
1). This highlights the potential for future studies to correlate
subcellular SR-FTIR-FPA images with immunocytochemistry
of the same tissue section, particularly for studies relating to
free cytosolic proteins which cannot be otherwise detected in
immersion-fixed tissue.>*™>°

3. Protein Content of Purkinje Neurons. It is well
established that variation in the content and distribution of
specific proteins and enzymes within the Purkinje neuron
correlates with diminished cell function or cell death in
numerous cerebellar ataxia’s and disorders.® However, it has
also been reported that great variance in total protein, enzyme,
and RNA content exists between individual Purkinje
neurons,”'® and that normalization of the content of a specific
protein or enzyme within a cell against the total protein content
of that cell may be required.12 To address this issue, Coomassie
blue (a protein-specific stain) is often used to quantify the total
protein in tissue sections at the cellular level prior to
autoradiography, so that the antigen binding observed for
each cell can be normalized against total cellular protein
content in the tissue section.'> It has been reported that
Coomassie blue stained cerebellum tissue indicates relatively
low protein within the cytosol of Purkinje neurons compared to
the surrounding molecular and granular layer tissue.'> The
Coomassie blue stain offers advantages relative to previous
studies which normalized against the average protein content of
the whole tissue (calculated from tissue homogenization and
biochemical assay). Although other staining methods for total
protein do exist, the stains are often nonspecific (stain nucleic
acids or carbohydrates in addition to protein) or require
defatting of tissue sections, which is not compatible with
autoradiography.

However, the Coomassie blue/autoradiography method
reported in the literature was performed on unfixed tissue
sections, and the potential for loss of proteins upon immersion
of the tissue section in the aqueous staining media was not
taken into account.'” Therefore, it seems likely that the low
protein content in the cytoplasm reported for Purkinje neurons,
relative to the surrounding molecular and granular tissue, may
in fact be an artifact of the sample preparation method
used 283639

In this study SR-FTIR-FPA imaging was employed to reveal
the true protein distribution within the Purkinje neuron relative
to the surrounding molecular and granular layer tissue (Figures
S and 6). As this method is a direct, reagent free method,
artifacts from differential penetration or binding of staining
reagents does not occur. Further, as the spectroscopic analysis
was performed on flash frozen unfixed tissue sections
differential leaching of protein is not possible. As discussed in
subsection 1, the location of neuronal soma can be visualized by
the relatively low lipid content within the soma, or through
multivariate clustering algorithms (Figure SB). The nucleus
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Figure S. SR-FTIR-FPA imaging investigation of the protein and
lactate content of Purkinje neurons (Synchrotron Radiation Center,
Wisconsin). (A) Visible light image of the H&E stained tissue section
(stained after spectroscopic analysis). Black rectangle indicates region
of spectroscopic analysis, white arrow indicates Purkinje neuron with
visible nucleus. (B) K-means cluster analysis (2 group) of FTIR
spectra revealed two clusters assigned to Purkinje neuron soma (pink)
or surrounding tissue (blue). (C) False-color functional group image
generated from area underneath the protein amide I band (1690—1610
em™"). (D) False-color functional group image generated from the
ratio of the area underneath the v,(CH;) band (2880—2865 cm™) and
v,(CH,) band (2860—2845 cm™), to reveal the presence of neuron
nuclei (white arrow). (E) False-color functional group image
generated from second-derivative intensity at the lactate sensitive
region 1127 cm™' (lactate v(C—0)). WM = white matter, GL =
granular layer, ML = molecular layer. Scale bars: (A—E) = 10 ym.

Figure 6. SR-FTIR-FPA imaging investigation of the protein content
of Purkinje neurons (Canadian Light Source). (A) Visible light image
of the unstained tissue section. (B) Visible light image of the cresyl
violet stained tissue section. (stained after spectroscopic analysis). (C)
False-color functional group image generated from area underneath
the protein amide I band (1690—1610 cm™). Scale bar = 10 ym.

could be identified within the Purkinje neuron from the
v,(CH;) to v,(CH,) ratio, as discussed in subsection 1 (Figure
SD). Using this approach, the location of the soma of the
Purkinje neuron, the nucleus, and therefore the cytoplasm (i.e.,
soma where nucleus is not present) could be identified, and the
average protein content determined for the Purkinje neuron
cytosol and nucleus. As can be seen from the images presented
in Figures SC and 6C, the line map and spectra presented in
Figure 3, and the calculated area under the amide I band
presented in Table 1, the area underneath the amide I band (a
spectroscopic marker for total protein) was found to be
significantly greater within the cytosol of the Purkinje neuron
relative to the surrounding molecular and granular layer tissue.

To account for local variations in tissue thickness which will
affect the apparent protein concentration if constant thickness
is assumed, the amide I band area was normalized to tissue
section thickness determined from confocal fluorescence
microscopy. The detection method employed to measure
section thickness (eosin fluorescence) is less sensitive to
nucleus thickness (which is not eosinophillic), and it is
acknowledged that local variations in the thickness of the
nuclei will affect protein content determined for the nucleus.
However, significant elevation in the amide I band area for the
Purkinje neuron cytosol in both normalized and un-normalized
data demonstrates conclusively that the cytosol of the Purkinje
neuron has elevated protein relative to the surrounding
molecular and granular layer tissue. Therefore, it seems likely
that the previous report of low protein content in the cytosol of
the Purkinje neuron was due to leaching of protein from the
neuron during staining of unfixed tissue sections. Replication of
the Coomassie blue staining protocol used in the previous
study'> on vapor-fixed tissue sections revealed increased
Coomassie blue staining within the cytosol of Purkinje neurons
in vapor-fixed tissue (Supporting Information Figure 1). A
previous FTIR imaging investigation determined that an
elevated protein to lipid ratio exists at the interface of the
molecular and granular layers, but did not have the spatial
resolution to identify increased protein within individual
Purkinje neurons.*® Therefore, to the best of our knowledge
this is the first study to reveal the true protein content of
Purkinje neurons relative to surrounding tissue and is an
important result for all studies which seek to normalize antigen
binding or the localized concentration of a specific protein
against the localized total protein concentration.

4. Lactate Content of Purkinje Neurons. Mounting
evidence suggests lactate is a vital energy substrate for neurons
under both anaerobic and aerobic conditions, and astrocytes are
the most likely location of lactate production which is then
shuttled to neurons (i.e., astrocyte neuron lactate shuttle
hypothesis, ANLSH).*' ™ However, due to the lack of a
suitable technique to image the cellular location of lactate, the
ANLSH hypothesis is still much debated.*>~*#*¢~*® 1t has long
been known that the fine structure of the Purkinje neuron has
subcellular features consistent with those required to shuttle of
metabolites into or out of the cell, however, there is little direct
evidence for the identity of these metabolites.” It has been
shown that Purkinje neurons are rich in lactate dehydrogenase,
and that Bergmann glia have numerous processes which contact
the soma of Purkinje neurons.'”'®** These findings are

Table 1. Relative Protein and Lactate Content in Purkinje Neuron Cytoplasm and Surrounding Granular and Molecular Layer®

Purkinje neuron cytoplasm

9.3 + 1.9%
0.53 + 0.086"¢

amide I band area (relative protein content)

amide I band area normalized to tissue thickness (relative protein
content)

second-derivative intensity at 1127 cm ™" (relative lactate
content)

second-derivative intensity at 1127 cm™' normalized to tissue
thickness (relative lactate content)

area underneath lactate band (curve fitting)

area underneath lactate band (curve fitting) normalized to tissue

thickness

—2.5X 1075 + 1.3 x 107%%¢
—1.38 X 107° + 5.7 x 1077%¢

0.14 + 0.070%¢
0.0077 + 0.0030”¢

.granular layer molecular layer
5.0+ 1.0 5.6 +£0.77
0.25 + 0.051 0.30 + 0.049

—3.6 x107° + 4.0 X 107¢ —62 X 107 +£ 9.5 x 1077

18210 7 +20%x 1077 =33 %107 +£33x 1078

0.044 + 0.0033
0.0022 + 0.00017

0.032 + 0.018
0.0017 + 0.0010

“Values given are the average integrated area under the curve or second-derivative intensity + standard deviation from n = 4 animals (the units are
arbitrary). bSigniﬁcant increase in Purkinje cell soma relative to molecular layer (p < 0.05). “Significant increase in Purkinje cell soma relative to

granular layer (p < 0.05).
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Figure 7. Determination of relative lactate concentration from FTIR spectra. (A) A representative example of the curve fitting approach used to

determine the integrated area underneath the band centered at 1127 cm™

1

. This approach was used to demonstrate the significant increase in

integrated band area for the band centered at 1127 cm™ from the average spectra collected from Purkinje neurons relative to the surrounding
molecular and granular layer tissue presented in Table 1. (B) Representative second-derivative spectra from a Purkinje neuron and surrounding
molecular and granular layer tissue, highlighting the increase intensity at 1127 cm™" from spectra collected within the Purkinje neuron.

consistent with the supply of lactate derived from glia
metabolism to Purkinje neurons and suggest a role of lactate
in the function of Purkinje neurons.'®”'®** Previous studies
with microdissection and biochemical assay have revealed
increased lactate in microdissected tissue within which Purkinje
neurons were the dominant cell type, however, the Purkinje cell
layer is too small to isolate without contamination from
surrounding tissue (ie., molecular and granular layer tissue).”
Therefore, a technique capable of directly imaging the relative
lactate concentration at the cellular level (<10 um spatial
resolution) would be of great benefit to this field.
Fortuitously, the v(C—0) of lactate hydroxyl group (1127
cm™") in infrared spectra displays a blue shift of approximately
50—100 cm™ from the abundant carbohydrate hydroxyl
groups, allowing calculation of relative lactate concentration
with reduced error due to overlapping bands.>'~** However,
even with this shift, the lactate band is not fully separated from
other bands in mid-IR spectra of brain tissue, and a band
narrowing/deconvolution or curve fitting approach is required
to determine the relative lactate concentration.”’>* Curve
fitting has previously been employed to quantify lactate
concentration in biological fluids, or to profile (but not
image) the relative lactate distribution in tissue.” ~>® However,
this procedure has not previously been applied to generate
infrared images from several thousand of spectra. Further, due
to the possibility of propagated fitting errors, especially under
the invalid assumption that the uncountable number of
overlying bands which contribute to FTIR spectra can be
modeled by a small number of curves,*” and the impossibility of
manually inspecting several thousand fitted spectra required in
a single FTIR image, curve fitting was not employed to generate
images of the relative lactate content in this investigation.
Instead, the relative lactate content and distribution was
determined from the second-derivative intensity at 1127
cm™", Second-derivative spectra have previously been employed
to study leaching of lactate from tissues during fixation,”® and to
image the relative change in lactate concentration between the
hypoxic and necrotic core of tumor spheroids.”’ Further,
variation in second-derivative intensity at the position of
absorbance of characteristic protein secondary-structures has
been used extensively to determine relative alterations in the
content of various protein secondary structures.>*%' 77
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However, second-derivative intensity is only proportional to
band area on the assumption of constant bandwidth at half
height. Under conditions of varying bandwidth, the area
underneath a band is not conserved in second-derivative
spectra, and therefore, second-derivative intensity is no longer
proportional to concentration. Therefore, increased or
decreased second-derivative intensity is either due to an
increase or decrease in analyte concentration, or an increase
or decrease in the bandwidth of the absorbing molecule. Unless
the latter can be ruled out analysis of second-derivative
intensity may result in serious experimental errors, and is a
major limitation of this method of analysis However, previous
studies which have performed curve fitting analysis to
determine the relative lactate concentration demonstrated
that constant width at half height of the lactate band is likely
to exist in a variety of biological samples (as a constant lactate
bandwidth was required for accurate curve fitting results).>>>®
Further, in this investigation we have used curve fitting of the
average spectra from the regions under analysis (molecular
layer, granular layer, and Purkinje neuron) to validate the
results from analysis of second-derivative intensities.

The relative distribution of lactate was visualized through
maps of second-derivative intensity at 1127 cm™" (Figure SE)
and the average relative lactate content of the Purkinje neuron,
molecular layer, and granular layer determined both from curve
fitting nonderivative data (Figure 7A, Table 1), and from
second-derivative intensity (Figure 7B, Table 1) revealed
increased relative lactate concentration within Purkinje neurons
relative to surrounding tissues. To the best of our knowledge,
this provides the first direct evidence of an intracellular lactate
pool within the Purkinje neuron. It should be noted that lactate
is not absent from the molecular and granular layer tissue
surrounding the Purkinje neuron, and lactate “hot spots” are
observed, which is consistent with the generation of lactate in
surrounding glial cells. As reported in the literature the use of
SR-FTIR-FPA imaging with high numerical aperture Schwarzs-
child objectives in this study (74X objective, N.A. 0.65), would
yield diffraction limited resolution imaging at the wavelength of
the lactate sensitive band (6.8 um at 1127 cm™').> However,
resolution beyond this simple approximation from the Rayleigh
criterion has recently been reported, and hence, the true spatial
resolution for the lactate sensitive band may in fact be better
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than this (approximated as S um based on reported
calculations).”” Future studies will aim to determine the exact
resolution for which lactate can be imaged with this method.
However, even with the conservative estimate of 6.8 ym, this is
an improvement of 6.7 ym compared to the diffraction limited
spatial resolution which could theoretically be achieved with a
conventional globar source with lower numerical aperture (15X
objective, N.A. 0.4).

These results highlight the exciting potential of SR-FTIR-
FPA imaging to study in situ lactate distribution at the cellular
level, which may be of great benefit in future studies of the
production, metabolism and shuttling of lactate between
astrocytes and neurons. However, it must be noted that the
lactate concentration within the brain is highly dependent on
many variables. In particular, animal anesthesia, and the time
period following animal death greatly affect localized lactate
concentration.””’® Therefore, the lactate observed within the
Purkinje neuron in this investigation may not reflect an in vivo
state, but rather one induced during animal anesthesia and
death. A thorough investigation of how sample preparation
effects lactate concentration, and other biochemical markers
effected by hypoxia-ischemia, which can be detected with novel
spectroscopic techniques (i.e, FTIR, XAS, XRF), has been
undertaken by this research group, and will be reported in a
separate manuscript.

B CONCLUSIONS

This study has demonstrated that vapor-fixation, a common
protocol for post fixation of flash-frozen tissue in the fields of
histology and cytochemistry, could offer significant advantages
to future studies combining FTIR spectroscopic imaging with
histology or immunocytochemistry of the same tissue section.
The ability of vapor fixation to transfer structural stability to an
unfixed tissue section without prior immersion of the section in
aqueous media was shown to largely prevent dispersion or
dilation of nuclear material in this study. Further, correlation
between subcellular SR-FTIR-FPA images, which reveal the
nucleus, with accurate histology provided the first reported true
relative distribution of total protein within the Purkinje neuron.
This result revealed that these cells are in fact rich in protein,
not depleted as previously reported. It is important to note that
the main aim of this study was not to discredit the use of
immersion-fixation in future studies. Immersion fixation of
tissue sections post FTIR spectroscopic analysis does yield
accurate morphology at the tissue and cellular level. Further, an
exhaustive study of different fixatives, and fixative concen-
trations was not performed in this study. It is possible that
higher fixative concentration, employed over a shorted
immersion time period, with reduced volume of fixation
medium (i.e., drop fixation), may minimize protein loss from
the nucleus, allowing successful preservation of subcellular
features, in which case histology from immersion-fixed tissue
would be comparable with vapor-fixed tissue. As such, this
study serves to highlight artifacts that can result through the use
of immersion fixation, and to encourage investigators to
carefully consider the choice of postfixation protocol following
FTIR spectroscopic analysis, such that the best possible
histology, and correlation between FTIR images and
histological images, can be achieved.

Finally, the ability to colocalize biochemical distribution
revealed by SR-FTIR-FPA imaging with accurate histological
images of the same tissue section successfully demonstrated
subcellular resolution of Purkinje neuron cytoplasm and
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nucleus, revealing the first direct in situ evidence of intracellular
lactate within Purkinje neurons. Due to the inability of neurons
to store glycogen, but the known high content of lactate
dehydrogenase within Purkinje neurons, this suggests the
strong likelihood of a lactate shuttle between Purkinje neurons
and glia. This novel ability to study cellular lactate distribution
with SR-FTIR-FPA, which has never previously been achieved
by any technique is expected to find widespread use in future
metabolic studies of the role of lactate as a neuronal energy
substrate during normal and hypoxic or ischemic conditions.

B METHODS

Animal Models. Cerebellum was obtained from four (n = 4)
control (ie., healthy) 6 week old male Sprague—Dawley rats. Rats
were housed with a 12 h light/12 h dark cycle with ad libitum access to
chow and water. This work was approved by the University of
Saskatchewan’s Animal Research Ethics Board, and adhered to the
Canadian Council on Animal Care guidelines for humane animal use.

Sample Preparation. Animals were anesthetized with isoflurane,
and humanely sacrificed through decapitation, and the head
immediately flash frozen in liquid nitrogen. Frozen brains were
chiseled out from the frozen head on dry ice. Ten micrometer thick
sections of the cerebellum were cut on a cryomicrotome and melted
onto CaF,. Triplicate sections were cut from each animal (ie., 12
sections were analyzed in total). Due to the known effect of storage
conditions on infrared spectra collected from biological samples,””
sections were stored in a desiccator, in the dark, and at room
temperature prior to analyses. All FTIR spectroscopic analysis was
performed within 72 h of tissue sectioning.

SR-FTIR-FPA Spectroscopic Imaging at the Canadian Light
Source (CLS). SR-FTIR-FPA spectroscopic images were collected at
the CLS with a Hyperion 3000 microscope fitted with an upper
objective of 52X magnification and a numerical aperture of 0.6, and a
lower condenser of 15X magnification and 0.4 numerical aperture.
This arrangement yielded a pixel size of 0.77 ym. The incident infrared
beam was focused and aligned to the center of the array, then
defocused such that an array area of approximately 28 ym X 28 ym
(36 x 36 pixels) was illuminated by light. During data processing
individual images were cropped to a region consisting of 36 X 36
pixels, and 2 X 2 pixel binning performed to yield a final image of 18 X
18 pixels (1.54 um effective pixel size), with adequate spectral signal-
to-noise within each pixel.

SR-FTIR spectroscopic images were collected with a spectral
resolution of 4 cm™ and the coaddition of 1024 scans, and a
background image was collected from blank substrate using 1024
coadded scans. The background was collected immediately prior to
each sample. Normalization to beam current was not performed.

SR-FTIR-FPA Spectroscopic Imaging at the Synchrotron
Radiation Center (SRC). SR-FTIR-FPA spectroscopic images were
collected at the SRC as previously described.” In general, images were
collected from a Hyperion 3000 microscope fitted with an upper
objective of 74X magnification and a numerical aperture of 0.65, and a
lower condenser of 15X magnification and 0.6 numerical aperture.
This arrangement yielded an effective pixel size of 0.54 ym X 0.54 pm.
The incident infrared beam was focused and aligned to the center of
the array, then defocused to cover the complete array (34.6 ym X 34.6
um).

SR-FTIR spectroscopic images were collected with a spectral
resolution of 4 cm™ and the coaddition of 512 scans. A background
image was collected from blank substrate using 1064 coadded scans.
The background was collected immediately prior to each sample.
Normalization to beam current was not performed.

The spatial resolution for the bands analyzed were calculated as
previously reported for this method, using a Rayleigh criterion factor
of 0.251 (for Schwarzschild objectives) and a numerical aperture of
0.65.

Data Processing and Data Analysis. All data processing and
image generation was performed using Cytospec software (Cytospec,
version 1.2.04) and Opus software (Version 6.5, Bruker, Ettlingen,
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Germany). False color functional group images were generated from
band areas in un-normalized spectra. Areas were integrated from
2880—2865 cm™* for v,(CH;), 2860—2845 cm™ for v,(CH,), and
1690—1610 cm™ for the amide I band. A linear baseline was
subtracted across the same range as integration.

The curve fitting procedure used to estimate lactate concentration
used the same approach as previously reported.>*™*® All second-
derivative spectra were derived with a 13 point Savitsky-Golay
smoothing function.

To account for variations in tissue thickness band area and second-
derivative intensities were normalized to local tissue thickness. Tissue
thickness was determined via confocal microscopic analysis of eosin
fluorescence (514 nm excitation) of the H&E stained sections with 1
um “z” steps. A significant difference between the integrated area
underneath bands, or second-derivative intensity was calculated with a
Student’s ¢ test, with a 95% confidence limit.

Data was collected in transmission mode to minimize electric field
standing wave interference.”””* To rule out resonant mie scattering as
a possible cause of the biochemical conclusions drawn in this study,
the RMieS-EMSC algorithm was applied to images as previously
described.”*”> Representative examples of functional group images
generated from the integrated area underneath the amide I band from
uncorrected raw data and corrected data are shown in Supporting
Information Figure 2. Although the images are not identical, the
overall relative protein distribution did not change as a consequence of
mie scattering correction.

Post Fixation of Flash-Frozen Tissue Sections and Histology
and Fluorescence Microscopic Analyses. Following FTIR
spectroscopic analyses, tissue sections were vapor fixed through
incubation with formaldehyde gas release from heating dry
paraformaldehyde powder at 80 °C for 2 h. The tissue sections were
allowed to equilibrate back to room temperature and remained sealed
in the presence of formaldehyde vapor for a further 2 h. Examples of
immersion fixed tissue were prepared from serial sections to those
analyzed with FTIR spectroscopic analysis. The sections were
immersed in 4% phosphate buffered formalin solution for 4 h. The
tissue sections were then subjected to staining with Mayers
hematoxylin and counter stained with eosin for routine histology.
Fluorescence microscopy, used to image the location of DNA, was
performed on serial sections of both vapor-fixed and immersion-fixed
tissue coverslipped with Prolong Gold Antifade Reagent with DAPI
(P36931, Molecular Probes, Invitrogen).

Coomassie Blue Staining. Ten micrometer thick sections were
cut from the same cerebellum blocks used for FTIR spectroscopic
analyses, air-dried, and then vapor-fixed as described above. Tissue
sections were briefly immersed in Coomassie blue (2 min), then rinsed
in PBS, and optical images immediately taken from the wet section
(coomaassie blue is removed via washing in ethanol solution, hence
tissue dehydration and coverslipping was not performed).

Glial Fibrillary Acidic Protein (GFAP) Immunohistochemis-
try. Ten micrometer thick sections were cut from the same cerebellum
blocks used for FTIR spectroscopic analyses, air-dried, and then vapor-
fixed as described above. Sections were then washed in phosphate
buffered saline (PBS) and exposed to 1.0% H,0,. Sections were
blocked in normal goat serum (5%; Invitrogen, Carlsbad, CA),
followed by overnight incubation at 4 °C with polyclonal rabbit anti-
GFAP (1:1000, Z0344; DaloCytomation, ON, Canada). Slides were
washed in PBS and incubated in goat antirabbit biotinylated secondary
antibodies (1:500; Vector Laboratories, Burlingame, CA). Sections
were treated with diaminobenzidine.

B ASSOCIATED CONTENT

© Supporting Information
Additonal figures as described in the text. This material is
available free of charge via the Internet at http://pubs.acs.org.
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