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Abstract

In the present study the ATR-FT-IR (Attenuated total reflection Fourier transform infrared)
spectroscopy was used to investigate 54 biopsies from atheromatic coronary arteries of patients who
had elevated serum glucose. Comparison of FT-IR spectra among insulin-dependent patients and
patients who were on oral hypoglycemic drugs treatment and patients with normal serum glucose
showed that insulin-dependent diabetic patients pronounced changes across the absorption infrared
spectral range 4,000-400 cm™. The increase of the intensity of the characteristic stretching vibrations of
antisymmetric (v, CH,) and symmetric (v CH,) methylene groups indicates the increasing of lipophilic
environment of the membranes. This finding is attributed to the damage on the membrane induced
by free radicals produced during oxidative stress especially in diabetic patients. The new band at
1,744 cm™ is assigned to aldehyde C=0O vibration mode and the intensity is related to LDL cholesterol
in serum of the patients. The appearance of a new band at 1,728 cm™ only in the spectra of insulin-
dependent patients, is attributed to influence of keto groups of cardiolipin due to atherosclerosis.
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Shifts to lower frequencies of the stretching vibration absorptions of amide I and amide II modes of

proteins indicate that protein folding changed from a-helix to random coil and -sheet configuration.

The most significant changes were observed in the region 1,200-1,000 cm™, where the vibration modes
of C-O-C groups of the sugars and C-O-P of DNA and phospholipids absorb. SEM analysis showed
the production of aggregates as a result of the protein amyloid formation and the increased lipophilic

environment, in agreement with FT-IR spectroscopic data. The changes were related to clinical history

of the patients and were more pronounced in insulin-dependent diabetic patients. The presence

in the FT-IR spectra of cardiolipin vibrations in insulin dependent diabetic patients needs more

investigation.
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1. Introduction

Diabetes is a life-long metabolic disease. It is esti-
mated that it affects about 6.1% of the population in
Greece.! Diabetes is characterized by high blood se-
rum glucose, which disturbs the carbohydrate and
lipid metabolism. Diabetes is associated with a num-
ber of secondary implications, such as heart attack
and stroke. There are many risk factors who promote
diabetes development, which include metabolic syn-
dromes, hypercholesterolemia and obesity. Histo-
pathologically the type Il diabetes is characterized
by the fibril amyloid formation in the islet of Lang-
erhans, but the mechanism and the role of amyloids
on the cell’s membrane is not yet well understood.
The last years the scientists have observed that pa-
tients with Alzheimer’s disease (AD) and Parkinson
(PD) have a higher risk to develop diabetes type II
compared to age-related individuals.?® It is known
that the neurological diseases AD and PD are de-
fined from their protein misfolding, protein aggre-
gates and the ability of amyloidogenesis. Amyloid
is a Greek word amylon (apvAov, not-breaking in
mill) and was proposed by Rudolf Virchow (1821)
to characterize the starch based on iodine-straining
technique.*

Using infrared spectroscopy it was also observed
the amyloid-like protein formation on atherosclerotic
carotid and coronary arteries and calcified aortic
stenosis during oxidative stress.>'. In recent years'?,
there are found increasing data showing that protein

aggregates play a toxic role in diabetes progression
and insulin resistant patients. There is evidence that
protein misfolding and aggregates are involved in
many cardiac diseases, including heart failure.” The
conventional methods used to measure the glucose
levels of blood and the diagnostic clinical methods
(Ultrasound, CT, MRI) of atherosclerotic plaque
in the coronary and carotid arteries development
provide information only on the visual image,
architecture and histological composition of
atheroma in the corresponding arteries. They do
not provide any information at an early stage of
atheromatic development and processes nor in the
mechanism of growth of atherosclerotic plaques and
they also do not answer to the question why some of
them are hemorrhagic or corrosive and lead to acute
cardiovascular events.

Infrared spectroscopy, and especially the ATR-FT-
IR (attenuated total reflectance Fourier transform
infrared) technique, offers a new powerful technique
in clinical practice to identify the atheromatic plaques,
with emphasis to amyloid protein formation.!**s
ATR-FT-IR spectroscopy is a simple, fast and non-
destructive technique, which requires small amounts
of sample (ugr or pl), without any sample preparation
and can be applied in many medical fields. Infrared
spectroscopy is shown to be a very sensitive method
for evaluating the secondary protein structure of the
human tissues™'"'*"” and other components, including
DNA, lipids, phospholipids, in a single spectrum.
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Infrared spectroscopic analysis provides characteristic
“fingerprint bands” or “marker bands” of the tissue
of each patient and can differentiate the normal and
malignant tissues as well as the progression of the
disease.>'1¢!8 FT-IR spectroscopy is also one of the
few direct methods that gives information about the
presence and strength of hydrogen bonds.

In the present work we focused on the influence
of serum glucose and how it affects the molecular
structure of proteins and the composition of lipid
membranes, in order to approach at a molecular
level the mechanism of protein misfolding in diabetic
patients. The differences between the spectra of
atheromatic plaques of insulin-dependent diabetic
patients, diabetic patients on oral hypoglycemic
drugs treatment and patients with normal glucose
levels are emphasized. In addition, SEM-EDX
(Scanning electron microscopy- Energy dispersive
X-ray) analytical data were used to evaluate the
architecture of atherosclerotic plaques and to detect
the amyloid protein formation in macroscale. It is of
high interest to exploit amyloid protein formation
with infrared biomarkers for diabetic patients.

2. Materials and methods

2.1 Patients

54 representative specimens of human coronary
arteries biopsies were examined ex vivo. The patients,
13 women and 41 men aged 48-83 years old, presented
with severe coronary artery stenosis and underwent
coronary atherectomy during cardiopulmonary
bypass surgery. The risk factors of patients according
to their biochemical measurements and clinical
history showed diabetes (56%, 7 women, 2 insulin-
dependent, 5 on oral hypoglycemic drugs and 23
men, 5 insulin-dependent, 18 on oral hypoglycemic
drugs), hyperlipidemia (44%), hypertension (69%),
hyperuricemia (31%), smoking (91%) and positive
family history of coronary heart disease (61%). The
samples were collected soon after the cardiac surgery
of the patients according to the Greek ethical rules
and the permission of Hospital.

2.2 ATR-FT-IR spectrophotometer

The coronary arteries” specimens were fixed in
buffered formaldehyde solution immediately after
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the removal. The FT-IR spectra were recorded
with a Nicolet 6700 thermoscientific spectrometer,
equipped with an Attenuated Total Reflection (ATR)
accessory.>!1¢18 With the ATR-FT-IR technique the
samples are not homogenized and this allows us
to obtain spectra from different parts of the site of
tissue of each patient. Each spectrum consisted
of 120 co-added spectra at a spectral resolution of
4 cm™ and the OMNIC 7.2a software was used for
data analysis. The spectra for each patient were
taken from different parts of the coronary artery
plaque specimen in order to see the changes, which
are induced from the disease and the influence of
glucose. Each infrared spectrum was compared
with the corresponding infrared spectra of all other
patients, taking into account the concentration of the
serum glucose levels, as well as other risk factors.

The tissues were dissolved in hexane, a non-polar
solvent, in order to remove the soluble lipophilic
organic components. After one hour the tissues were
dried under vacuum. In the tissues remained the
non-degradable components and the stable products
which are produced during the disease development.
The non-polar solvent hexane was evaporated and
the precipitated molecules were also analyzed. For
the isotopic effect studies the tissues were left over
night in a desiccator in the presence of deuterated
water (D,0O) in order to allow hydrogen-deuterium
exchange to take place.

2.3 Scanning Electron Microscope (SEM)

For the study of the surface analysis of coronary
arteries it was used SEM (Scanning electron
microscopy) analysis, a non-destructive
physicochemical method. The samples were
used without any preparation®''%” and could be
used for further analysis, such as FT-IR in special
detected regions and XRD (X-ray diffraction). The
morphology of the arteries was obtained using the
SEM instrument from Fei Co, The Netherlands, which
was combined with Energy Dispersive X-Ray (EDX)
apparatus for the chemical elemental composition
analysis in different sites of the coronary artery’s
tissue, even of spots. SEM as well as ATR-FT-IR are
non-destructive techniques and allow studying the
same specimens many times.
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Figure 1. FT-IR spectra of coronary biopsies obtained from various patients with normal serum glucose (N), insulin-
dependent-patients (Idep) and (Ohm) patients on oral hypoglycemic drugs treatment

3. Results

3.1 ATR-FT-IR spectra

In Figure 1 are shown the ATR-FT-IR spectra of
coronary arteries obtained from patients on insulin-
dependent (Ide), on oral hypoglycemic medication
(Ohm) and with normal (N) concentrations of
glucose in serum. Comparison between the spectra of
the patients shows that some of the spectral regions
have the same pattern, while in other regions are
shown considerable differences in band absorption
intensity, bandwidths, frequency shifts, as well as
appearance of new bands in all infrared spectral
regions from 4,000-400 cm'.

In the infrared spectral region between 4,000-
3,000 cm™ are located the characteristic stretching
vibrational modes of the vNH obtained from
proteins.>!" Comparison of the intensities of the
vibrational band of vNH shows reduction of
intensity in the spectra originated from the patients
with hypoglycemic medication compared to the
spectra originated from patients with normal glucose
levels. As it is shown in Figure 1 the reduction of
the intensities of the YNH absorption band is more
pronounced in insulin dependent patients and less
in those who are under oral hypoglycemic treatment.
It is also observed a blue shift to lower frequencies

in the vNH absorption band from 3,300 cm™ to 3,200
cm™. The reduction and the shifts are attributed
to the damage of proteins and to the change of
intermolecular hydrogen bonding of proteins and
ester-phospholipids. Furthermore, the shift to lower
frequencies was found to be related to the increase
of the lipophilic environment of the membranes.
From the shifts it is also suggested that the strength
of hydrogen bonds of the peptide bond of proteins
changed due to the disease, suggesting that the
disease is responsible to the changes of the secondary
conformation of proteins.

Important changes are observed in the region
3,000-2,850 cm™, where are located the absorption
bands of antisymmetric and symmetric stretching
vibrations of methyl (vCH,) and methylene (vCH,)
of membranes” lipids and phospholipids.>! The
intensities of the bands of antisymmetric and
symmetric of methylene groups are higher in the
insulin-dependent diabetic patients, followed by
oral hypoglycemic treatment patients, while increase
of the bands appears also in patients with normal
glucose blood levels, comparing with the healthy
infrared spectra. Subtraction of an insulin-dependent
patient spectra with that of a normal glucose
(spectra not shown) shows that the absorption
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Figure 2. SEM morphology of coronary artery of A: Normal serum glucose (M400x, scale 100 um), B: diabetic patient (M200x,
scale 300 pm). The bright yellow are calcium deposits, while the blue are aggregates. The arrows show parts of polymerized
proteins. C and D are the Image] analysis of SEM of the square surrounded region of at A and B pictures. The mineralized
deposits C, D-B1 appear as bumps (hill-like) and are consistent from calcium carbonate. The aggregate appears as crater D-B

bands of asymmetric v, CH, and v CH, decreased
considerably, suggesting that the lipophilic
environment shows higher conformational order.
The high intensity band at 1,744 cm™ is more
pronounced in insulin-dependent patients. This
aldehydic band at 1,744 cm™ was also observed in
carotid arteries atheromatic plaques and in calcified
aortic valves®! and can be used as a “marker
band”, which characterizes the oxidative stress
induced damage to cells. A new band at 1,728 cm™!
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is assigned to keto groups of cardiolipin molecule.’®
This interesting band was observed only in insulin
dependent patients and not in the spectra of patients
under oral hypoglycemic treatment, indicating that
this band could be used as “marker band” for the
insulin dependent patients.

Another prominent region in the spectra is that
between 1,700 cm™ and 1,500 cmm™. In this infrared
spectral region appear the Amide I and Amide II
absorption bands of proteins. Both are assigned to
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bending 6-NH vibrations in combination with the
stretching vC=0 of the peptide bonds (CO-NH).> 1618
The typical vibrational absorption amide I and amide
II bands are found at about 1,655 cm™ and 1,550 cm
!, respectively, for the native protein configuration,
which is an a-helix. The intensity of these bands is
directly related to the protein concentration and
conformation. In almost all patients these bands
shift to lower wavelength and some new bands
appear at the same region. These changes were more
distinct to the insulin-dependent patients. Thus the
shift of these bands to lower frequencies indicates
the changes of secondary structure from a-helix to
random coil and finally to -sheet conformers.

The infrared spectral region 1,300-900 cm™ is of
high importance since in this region are located the
absorption bands of -C-O-C groups of sugar moieties
and C-O-P groups of phospholipids. Substantial
differences are found between the spectra of patients
with normal glucose in blood serum and the diabetic
patients. For insulin-dependent patients the spectra
show three bands of high intensity, with a maxima
at about 1,167 cm™, 1,070 cm™ and 1,028 cm™. The
bands at 1,167 cm™, 1,070 cm™ are assigned to C-O-P
groups of phospholipids and sugar-phosphates,
respectively, while the band at 1,028 cm™ is attributed
to C-O-C stretching vibrations of glycogens. The
shape of the spectra of insulin dependent patients is
similar to the a-D-glucose.?

3.2 SEM analysis
In the last years the scientists noticed that diabetes
is a structural related disease and that amyloid-
like proteins are produced.>® According to this
hypothesis in the lipophilic environment are
produced aggregates, as well as fibrils. In order to
see if there are any alterations of those lipophilic
products in patients’ coronary arteries with
pathological concentrations of glucose in blood
serum, we used SEM microscopy to analyze the
architecture and morphology of the surface of the
coronary arteries. Figure 2A shows the SEM image
of a coronary artery architecture of a patient with
normal serum glucose (Figure 2A) and an insulin-
dependent patient (Figure 2B).

The morphology of the coronary artery shows
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many spherical particles. The bright yellow color
indicates the presence of calcium carbonate and the
blue color the aggregates. Comparison between the
two tissues shows that in the normal serum glucose
patient the calcium carbonates are prevalent, while
in the insulin dependent patient the aggregates
predominate. Image] analysis of SEM of the square
surrounded region of at A and B pictures shows that
the salt deposits appear as bumps (hill-like), while
the aggregates appear as craters (C-B).

4. Discussion

Most of the studies on diabetes are focused on
individual proteins and gene expression, which
are related to the disease and not to other pathways
that could be involved in the pathogenicity. In
this study we used infrared spectroscopy, a very
sensitive and not destructive physicochemical
method to study the differences between the spectra
originated from patients who are insulin-dependent
or in oral hypoglycemic drug treatment and the
infrared spectra of patients with normal blood
glucose levels, in order to understand the disease
at a molecular level. Our results indicated that
infrared spectroscopy can discriminate differences of
secondary protein structure between the patients, as
well as to find new characteristic bands of the disease
and its progression.

In the FT-IR spectral region 3,000-2,850 cm™!
are located the stretching vibrations bands of
methyl (vCH,) and methylene (vCH,) groups
of aliphatic chains of lipids and phospholipids.
These bands are very sensitive to conformational
changes of membrane lipids. It was observed that
in insulin-dependent patients the intensity of both
antisymmetric and symmetric bands of methyl
(vCH,) groups decrease considerably. On the
contrary, the intensity of the symmetric stretching
vibration bands of methylene (vCH,) groups
increased considerably. By calculating the intensity
ratios of stretching symmetric and antisymmetric
vibrations of methylene groups [v CH,]:[v, CH,] it
was found a higher increase in insulin-dependent
patients, compared with the other groups of patients.
This ratio is of high diagnostic value and provides
information about the puckering of long acyl chains
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of lipids and phospholipids in the membranes. The
increase of the ratio is particular evidence that the
disease cause new hydrophobic interactions between
the lipids and phospholipids of cell membrane
leading to higher order conformation of the acyl
chains due to oxidative stress.'*!?'?> Recently, it was
established that the insulin resistance, in old adults,
increases the free fatty acids and inflammatory
cytokines.?* As is shown in the spectra (Figure 1) by
increasing the lipophilic environment increases the
band intensity at about 3,080 cm™ (Figure 1), which
is assigned to stretching vibration of v=CH terminal
olefinic group of aliphatic chains. The formation of
the =CH group is based on the fact that the hydroxyl
free radicals produced during the oxidative stress,
reacted with lipids by hydrogen abstraction leading
to lipid free radical (L") formation (reaction 1):*

i
HCOOCAA

(ﬁ) +HO'l—H hydrogen abstraction
H3C-0-C — =

free radical formation

The formed L’ radicals react with each other
following the well-known dismutation reaction
(reaction 2):

: H
2 el —\/ —= R-CH;-CH; + R-C=CH,
L : L olefin

This band was proposed as a “marker band”
for the progression of the oxidative stress, which
induced damage to coronary arteries and was also
observed in infrared spectra of carotid arteries and
degenerative calcified aortic valve stenosis.>!! The
produced L’ radicals are not stable and can also
react to produce dimers, or linear, branch and cross-
linked polymers. The formation of branch and cross-
link polymers is confirmed by SEM analysis in all
surface of the coronary arteries. The arrows in Figure
2 notice some of these products. In the presence of
oxygen the lipid radicals are attacked by oxygen
forming lipid peroxides, which are not stable and
lead to other fragments. All these products change
the permeability and mobility of the membranes and
indirectly they could induce secondary damage to
cells and tissues.

In order to confirm our findings about the lipophilic
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environment that is formed from the disease, and
especially for the insulin-dependent patients, we
performed a detailed investigation of the samples,
by removing the most soluble components of the
coronary arteries. The samples were washed with
non-polar organic solvent. In Figure 3 are presented
the FT-IR spectra of an insulin-dependent patient.
The spectra a, b and c originate from a region rich in
aggregates, a normal-like site and after washing the
coronary artery with hexane, respectively.

Comparison between the spectra originated from
the rich in fat region (Figure 3a) and the normal ad-
jacent region (Figure 3b) in the spectral range 4,000-
2,850 cm™ shows considerable differences in many
absorption bands. From the decrease of the intensi-
ties, which correspond to vNH vibrations at the re-
gion 4,000-3,000 cm™ it is suggested that the proteins
have been damaged and changed their secondary
conformation. This is confirmed from the red shift of
the band at 3,290 cm™ to 3,420 cm™, which appears as
shoulder in the spectrum and indicates that the intra-
molecular hydrogen bonding strength is weakened
and changed the secondary structure of proteins."”
This shift is observed only at low pH, and shows that
in patients the acidosis is taking place during the de-
velopment of the disease. This absorption band is al-
most disappeared after washing and is shown to be
related with the increased lipophilic environment of
the membranes and the atherosclerotic plaque for-
mation. To identify the weakening of the hydrogen
bond we used the isotopic effect. After substitution
of hydrogen atoms with deuterium atoms the band
of vYNH at 3,290 cm™ was shifted to 2,520 cm™ due to
uND vibration and the band at 3,420 cm™ is assigned
to vNH free from hydrogen bond.

As it is shown in Figure 3¢ the bands in the
spectral region 3,000-2,850 cm™ are reduced after
the treatment with the organic solvent. Moreover,
the intensities of the bands of antisymmetric and
symmetric vibrations of methylene groups vCH,
decreased, reflecting the higher disorder in acyl
chain of lipids.”

The intense band at 1,744 cm™, assigned to
aldehyde carbonyl groups (RHC=0), confirms
the suggestion that hydroperoxidation of lipids
is taking place most likely due to the free radical



Ch. Kotoulas et al.

The influence of diabetes on atherosclerosis
and amyloid fibril formation of coronary arteries

[],40—:
0,35—:
[],30—:
0‘25—i

0.20 -

Absorbance

015+
0.10 -
0.05 -

0,00

] . . . . ]
3500 3000

' . . . . '
1500 1000

2500 H
Wavenumbers (cm-1)

Figure 3. FT-IR spectra of a coronary artery of an insulin-dependent patient. a: rich in fat region (detected also by SEM image
Fig.2a), b: normal-like tissue of the same biopsy and c: after washing the sample with non-polar organic solvent

formation.>" These products are produced from
lipid peroxidation, especially from arachidonic acid
and the intensity of the band is directly related to
serum LDL of the patients.>" The band at 1,728 cm
!, which is attributed to keto C=0O group (RRC=0) of
cardiolipin, is reduced dramatically after washing the
coronary artery with hexane. Infrared spectroscopic
studies of cardiolipin show that the appearance of
the band at 1,728 cm™ indicates that cardiolipin is
located in the double-layer membrane of the cell
(vesicles) and that the pH in the environment of the
patient was acidic.”? Cardiolipin alone at a range
pH 7-7.3 gives a band at 1,729 cm™, while in acidic
pH 6-7 the band shifts to lower frequencies at about
1,719 cm’, indicating a stronger hydrogen bond to
C=0 group.®*

These data confirm the presence of the lipophilic
environment and are in agreement with the reduction
of the intensity of the band of C=O of cardiolipin
after treatment with non-polar organic solvent.
From these results it becomes clear that cardiolipin
is oxidized in diabetic patients and this damage
alters the atherosclerosis of coronary artery, which
leads to the increase of oxidative stress. It is well

known that cardiolipin is a polyglycerophospholipid
found in bacteria and mitochondria and plays
a pivotal role in many biological enzymatic
processes and it regulates oxidative stress inducing
phosphorylation.?*? Cardiolipin is found in the
inner mitochondrial membrane and is associated
with the proteins involved in catalytic activities of
oxidative phosphorylation and respiratory chain,
including NADH and ADP-ATP carrier.**** Any
damage of the cardiolipin molecule is associated
with mitochondrial dysfunction, including ischemia,
heart failure and aging. %

The next intense bands at 1,650 cm™ and 1,550
cm for normal tissues are attributed to amide I
and amide II of proteins, respectively. These bands
in both spectra that originated from the healthy-
like part of the coronary artery and the alteration
by removal of lipophilic components have the
same shapes. However, they are broader and shift
to lower wavenumbers 1,630 cm™ and 1,540 cm,
respectively. From these shifts it is suggested that
the disease changes the proteins’ secondary structure
from a-helix to random coil. These changes expose
the protein helices to oxidative stress and that the
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Figure. 4. a: FT-IR spectrum of insulin-dependent patient after treatment with organic solvent. b: Deconvolution of spectrum

a in the spectral region 1,800-1,500 cm™

hydrogen bonds change during oxidative stress®* in
agreement with the changes observed in the spectral
region 3,500-3,100 cm™.

Deconvolution of these peptide bands shows
the formation of new bands at about 1,690 cm™?
(P-antiparallel sheet) and 1,513 cm™ (B-parallel sheet),
which indicates the formation of amyloid-like
proteins. The amyloid proteins are not characterized
from their non-specific sequence but from their
structural folding configuration (Figure 4), which is
known as cross f-structure and form aggregates.

From the deconvolution of the spectra it is found
that after the removal of the damaged fragments,
which were produced during atherosclerosis a
portion of a-helix still remains, suggesting that
amide [ is less sensitive that amide Il native structure.
However, amyloid formation was also pronounced
in insulin-dependent diabetic patients, in agreement
with literature.®

Moreover, the band at about 1,577 cm™ in
deconvoluted spectra in combination with that at
1,453 cm™ are dominated to asymmetric carbonate
anions (v, CO,?) and symmetric (v, CO,*) vibration
of carbonate anions resulting from calcium carbonate
components, of the atheromatic plaque.>”**4! The
symmetric (v, CO,*) vibration of carbonate is not
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influenced from organic solvents, since they are
inorganic salts. The calcium deposits were also
detected in atheromatic plaques of coronary arteries.
The detection of calcium carbonates indicates
alteration of calcium release, which affects the
coronary arteries’ membranes of the patients. SEM
morphology of patients shows the production of
aggregates and fibrils (Figure 2). Several studies
demonstrate that the aggregates tend to organize into
oligomers and to amyloid-like proteins, which could
be responsible for heart failure.*

It seems that in insulin-dependent patients, as
it is shown from both FT-IR spectra and SEM, the
aggregates play crucial role in the toxicity and calcium
deposits of the arteries. Recently, it is described that
amylin or IAPP (islet amyloid polypeptide formation),
a regulator polypeptide for insulin and glucagon
secretion inhibition, has the ability to aggregate into
pancreaticisletamyloid deposits, associated with type
2 diabetes of human.* IAPP was also found in other
tissues, such as neurons (diabetic neuropath) and
heart (diabetic cardiomyopathy). IAPP aggregates
are toxic for the membrane permeability and enhance
the production of membrane pores resulting in
leakage followed by Ca?* dysregulation. The
produced aggregates have been shown to disrupt
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the mitochondrial membrane and this dysfunction
is pathogenic and for type II diabetic patients.'>*
However, our experiments demonstrate that in
insulin-dependent patients were produced similar
toxic aggregates and other damage products with the
type Il diabetic patients.

The fingerprint spectral region between 1,300-800
cm is very important in order to study the coronary
arteries from diabetic patients, because the bands in
this region arise from sugar ring, sugar-phosphate
and phosphates of phospholipids. As it is shown in
Figure 3 the absorption band at 1,165 cm™, which is
assigned to phospholipids, diminished in intensity.
It seems that this band arises from cardiolipin, since
only in insulin-dependent patients was observed. The
band at 1,165 cm™ corresponds to advanced glycation
endproducts (AGEs) and could be used as “marker
band” to discriminate insulin-dependent patients and
maybe type Il diabetic patients from patients with
elevated concentrations of glucose, who normalize the
glucose by using orally hypoglycemic drug treatment.
This band could also be used as an indicator of blood
glucose and the extent of proteins’ glugosylation.*
It is found that AGEs are related with diabetes
mellitus and play a crucial role in the development of
cardiovascular diseases in type Il diabetic patients.**
It could also be valuable for the prediction of possible
damages of arteries due to atherosclerosis.

From the spectral region 600-400 cm™ (Figure 1) it
is shown that in insulin-dependent patients both the
bands at 557 cm™ and 521 cm™, which are assigned to
vC-S and vS-S frequencies, respectively, are reduced
dramatically." These changes lead to the suggestion
that glutathione, one of the main endogenous
protectors, was damaged irreversibly, increasing thus
the LDL peroxidation. This finding is in accordance
with literature data, where in experiments with rats
it is suggested that reduction of glutathione leads
to calcium accumulation in mitochondria.*” The
reduction of glutathione is also related with hypoxia
and lower pH (acidosis) in heart tissues. The low pHin
patients was also detected, as mentioned above, from
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the shift of the YNH bands in the region 3,500-3,100
cm?, due to the change of the strength of hydrogen
bonds in patients.

5. Conclusions

In the present manuscript it is shown that FT-IR
spectroscopy is a powerful tool to investigate the
coronary artery atherosclerosis, amyloid-like protein
formation and to discriminate the diabetic patients
from their infrared spectra. The characteristic infrared
absorption bands in the “fingerprint” regions of
methyl (vCH,) and methylene (vCH,) demonstrate
the changes in the membrane permeability of
coronary artery, the formation of aggregates and the
implication of cardiolipin molecule in an oxidative
damage progression. The cardiolipin molecule is
implicated with keto groups in altering the oxidative
stress mechanism of oxidation in insulin-dependent
patients. The bands at 1,728 cm™ and 1,167 cm™ can
be used as “marker bands” to distinguish insulin-
dependent patients and maybe type II diabetic
patients. The blue shift of the absorption bands of
amide I and amide II from 1,650 cm™ and 1,550 cm’?,
respectively, is strongly correlated with the amyloid-
like protein formation and progression of diabetes.
From the shapes and the frequencies of the bands
in the region 1,250-950 cm™ it is suggested that in
insulin-dependent patients there is a higher glycation
and phosphorylation process, due to the disease,
in comparison with the patients who receive orally
hypoglycemic drugs.

Moreover, our findings strongly support the
hypothesis that oxidative stress is involved during
the progression of the valve mineralization amyloid
protein formation, giving stable final products, such
as linear-, branched- and cross-linked co-polymers. It
has been found that the most sensitive sites are the
sulfur (S) atoms of proteins and the bridges S-S that
are formed in proteins.
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[MepiAnwn

H enidpaorn) tov daPrytn otnv abnpookAr)pwor) Kat
TOV OXTPLATIOPO APDAOELO0DG TOIIOL MIPMTEIVOV OTIG
otepaviateg aptnpies. Mehétn pe FT-IR @aopatooxoria

X. KotovAag!, I. MapapéAng?, E. KovTovAdakng®, M. Kuplakibouv?, B. Mauapéan?4,
O. Tavng*, E. MaAeaiov?, T. @copavidng?, |. AvaoToooTToOAOL

'Kapbioxeipovpyikn KAIVIKN, 401 Teviko XToaTicoTiko Noookougio ABnvay
2KapsdioAoyikry KAivikry NIMTX
SKapbioAoyikn kAIVIKR, 401 evikd XtpaTicdTikd Noookouegio ABnvav
*AKTIVOXNUEIQ & BilopaouaTookoTTia, IXoAn Xnuikev Mnxavikev, EBviko MeTooBio
MoAvTexveio MoAvTexveloOTTOAN Zoypdgpov, 15780 ABrva, EAAasa
SAIEBVEC AVTIKAPKIVIKO EpevvnTIKO IvoTiTouTo, To xiIA. Karravdpitiou - KaAdauoo, Kamavépir,
ATTIKR, 19014, EAAGSC

v napovoa epyaota ypnowpomnoteitat 1 ATR-FT-IR (amoofévovoag oAikrjg avakAaong pe
petaoxnpatiopo Fourier vnépobpn) gaopatooxkomia yia v peAétn 54 froyiov adnpopatikov
otepaviai®v aptplev amnd acbeveig pe avinpevn YALKOn oto aipa. Z0yKplorn PHeTadd oV Qaopd-
TOV TOV LVOOLALVO-eSapTtapevoVv actevav Kat Tov aofevav oo Adppfavav ¢appaxkevTiKy) ayoyr)
pe avTidtapnTikd S1oKia KAt EKEIVOV [€ PDOIOAOYLKA OPLa OAKYAPOL OTO aipd, de1Sav OnNpavIikeg
dtagpopég oe OAN TNV éktaon Tov viEpvhpov paopatog amno 4.000-400 cm™. H onpavtikry avénon
TOV EVIACEDV TOV XAPAKTPLOTIKOV OPAODV TOV COPHPETPIKOV KAl AVIIOOIHETPIKOV DOVI|OEDV TOV
peBolev (vCH,) opadev toviet Ty avénorn Too Autd@iAov meptBAANOVTOG IOV emKPATEL OTIG pep-
Bpaveg tav tvoovAvo-eSaptopevav acbevav. H petaPoAr) avtr) oovdéetat pe tv addnon g PAapng
IOV IIPOKANOVLV Ot eAevBepeg pieg, A\OY® TOL 0{e1ODTIKOD OTPeg 0ToLG SraPntikovg aobeveig. H tawvia
ota 1.744 cm™ anodidetat otnv dovnorn) taong g kapBovoAikng opadag vC=0 tov a\debomv. H
évtaon) g Tawiag oxetiodnke pe v LDL xoAnotepoAn teov aocbevov xat amotelel «dlayvooTikr)
tawia» yua to peyedog g vrepodeidmong tov otepaviaiov aptnpiev. H véa tawvia ota 1.728 cm™
IIOL ePPAViCeTAl POVO OTO PAOHRA T®V LVOOLALVO-eSapTOpevaV aobevav amodidetat oTig KeTo-
opadeg Tng kapdloAurivng kat SnAmvoov v enidpaoct) g otV adnpookAr|p®or) yia Tovg aodeveig
pe e€aptnon otnv wvoovAivn. H tawvia aotr) evdexopevmg va PIIOpEoet VA AITOTEAEOEL «O1aYVMDOTIKO
Oeiktn». H petatomion tov tawvieov tov dovrjoemv tov opddev amide I kat amide II tov npoteivov
IIPOG PIKPOTEPEG OLXVOTNTEG delyvouv OTL 1] OOopr) TOV HPHOTEIVOV petaPAndnke Kat amo a-éAka
anéktnoav toyata Stapopemon kat B-emineda. Ot petafolég avtég 1)Tav o eKPPAOHEVEG OTODG
dlafntikodg aobeveig. Ot peyalvtepeg petapolég napatnpndnkav otnv rmeptoxr) oo gdopatog 1.200-
1.000 cm™, omov anoppogovv ot opddeg O-C-O tov caxkydapav kat ot opadeg C-O-P tov DNA kat tov
POOPOAUTIOLDV. ZTOVG LVOOLAVO-eSapTmpevoDg aobeveig Starmotmbnkayv emt méov tatvieg g D-yAv-
xoCng. H SEM avdlvor) €de1le Tnv napaymyr] CLOOCOPATORATOV, O AIIOTEAEOPA TOD OXHATIOROD
ApLAoed®V IPOTEIVOV Kt TNV avdnorn Tov Auzo@iiov meptpailovtog. Ot petaBolég rjtav avaloyeg
TOD 10TOPIKOD TOV ACDEVAOV Kl ITEPLOCOTEPO EKPPAOHEVEG OTODG LVOODALVO-eSAPT®HEVODG aobevelg.
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H epgavion oto FT-IR @dopa tov dovroeav g KaApSloAuIivi)g 0TODG 1VOOLALVO-eSapT®PEVODG

aolevelg yperaletal mepattép® peAeTn.

AEEEIC ELPETNPIOL: OTEPAVITIES APTNPIES, ABNPOCKANPWON, AULAOEISEIC TTOWTEIVEC,
KAPSIOAITTIVN, IVOOLAIVO-eEQPTWEVOI ACBEVEIG, LTTEPLOPN PACUATOCKOTTIA HE
peTaoxNUaTiopd Fourier, NAEKTOOVIKO UIKQOOKOTTIO OAPWONG
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