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IDENTIFICATION OF EPULIS PATIENTS WITH A HIGH RISK

OF PERIODONTAL DISEASES: DNA INFRARED SPECTRA, EXPRESSION

MGMT AND P53 BY AND APOPTOSIS ANALYSIS

The objective of this study was to epulis apoptosis analyze, expression of MGMT and p53,
DNA methylation patients with a high risk of developing bone resorption and inflammatory
periodontal diseases.

Human epulis benign were assessed for their ability to expression of MGMT, p53. 51 epulis
DNA were compared by infrared spectroscopy for their ability to apoptosis induced. We
conducted a comparative analysis of global expression changes in human epulis using K-S
test and Student method.

MGMT and p53 was expressed in giant-cell. Expression of MGMT and p53 in giant-cell
epulis. By immunohistochemistry, (97.1+0.42)% (p<0.001) of giant-cells were positive for
MGMT, whereas only (6.21+0.26)% of giant-cells were positive for p5S3 (p<0.001). Induction
of the enzymatic activity of MGMT was increased p53. This could be explained by the fact
that MGMT is physiologically expressed by the giant-cell of epulis, p53 expression is weak
or absent in giant-cell epulis and non induced apoptosis in the fibrous connective tissue.
Significant changes were observed IR absorption bands at — 1sSN3 group bases. In intact
periodontium in CH, — IR bands were unchanged. Center band oscillations — 1sSN, group
was at (1375+1) cm!. Percentage intensity on a scale transmission of infrared radiation was
(7,18+0,74)%. Percentage of infrared absorption bands (1375+1) cm™ in giant cell epulis
equal to (13,2443,7)% (**p = 0.01).

Changes in IR absorption bands observed in 1sCH, group. In intact periodontal nsCH2 next
strip — strip center fluctuations — 1464 cm', the percentage of intensity on a scale transmission
of infrared radiation (0,24+0,03) %. Percentage of IR absorption bands — 1464 cm™ in the
giant cell epulis was (0,46+0,09) % (*p = 0.05). Percent transmittance intensity on a scale
stretching, deformation and rocking vibrations of CH, and CH, groups of DNA. Aim of this
study was to find if IR can be used in neoplasm process DNA methylation detection. Statistical
analysis shows that there are differences between spectra of giant cell epulis and control
group. Fitting analysis allows to follow small changes in spectra CH, groups. Presented
results prove that infrared spectroscopy could be useful tool in DNA methylation. Mor-
phologically, apoptosis is characterized by DNA fragmentation and formation of apoptotic.
DNA CH, groups can be detected by infrared spectra leads of breaks in DNA strands. This
leads to the activation of apoptosis via pS3 and MGMT.

Key words: MGMT and p53, immunohistochemistry oral epulis.

Gingivitis represents a spectrum of diseases
whose origin is commonly attributed to the
presence of bacteria, but there are other forms
of gingivitis that are not primarily plaque-related.
Colonization of periodontal tissues gram-positive
and gram-negative periodontal bacteria including:
P. gingivalis, Actinomycetemcomitans, T. for-
sythia, T. denticola, B. Forsythus, P. Gingivalis,
F. Nucleatum, P. intermedius, P. nigrescens, and
P. micros, S. Sanguis, S. oralis, S. mitis, S. gordonii,
S. intermedius, Capnocytophagia, C. concius and
E. corrodens appears to be the primary initiator
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of the disease [1]. Many oral bacteria, the ability
to invade periodontal tissues cells and establish
an intracellular space is a critical survival me-
chanism. As exemplified by P. gingivalis, this
initially innocuous relationship with a periodontal
cell can potentially shift to a more worse [2].
Plaque bacteria evoking the chronic in-
flammatory response in periodontal tissues [3].
At the same time, it was reported that destructive
processes responsible for periodontal tissue
breakdown, leading to the clinical of periodontitis
[4]. Therefore, the characteristic features of
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chronic periodontitis occur mainly as a result of
activation of the host-derived immune and
inflammatory defense mechanism.

Systemic diseases such as diabetes and
leukemia can exacerbate plaque-associated
gingivitis, as can endocrine changes (puberty,
pregnancy), medications (nifedipine, cyclos-
porineand phenytoin) and malnutrition (vitamin C
deficiency) [5].

Epulis — these overgrowths induced by
chronic inflammatory. Kramer’s investigation is
a convincing periapical irritation induce periodontal
disease [6]. In severe cases it’s associated with
loss of alveolar crest bone. However this is un-
common and it’s only confined to the soft tissue.
More common in female probably due to hor-
monal defect, most affected area is anterior to
molar teeth [7]. Now epulides can be classified
(according to clinical appearance, histopatholo-
gic appearance and sometimes the origin) into
fibrous epulis, ossificans epulis, pyogenic gra-
nuloma (also known as, angina epulis, heman-
gioma), giant cell epulis (also known as osteo-
clastoma, giant cell reparative granuloma,
peripheral giant cell granuloma or giant cell
hyperplasia) and combined epulis.

Specific T- and B-cell-mediated antibacterial
responses activate a network of regulatory
cytokines (IFNG gene) that are produced by
infiltrating T-helper type. The methylation pattern
of the promoter region CpG from the IFNG gene
have studed Kelma Campos et al. 2013 [8].
Bobetsis et al [9] presented partial or total methy-
lation of the promoter region of the gene IFNG
that is epigenetic alteration during inflammatory.

IFNG gene in experimentally induced gin-
givitis independent of promoter methylation alte-
ration. Hypomethylation IFNG gene promoter re-
gion is related to an increase of IFNG transcription
present in the chronic periodontitis biopsies [10].

A study by Yin and Chung [11] says that
bacterial infection (Campylobacter rectus)
induced hypermethylation of the placental {2
promoter of mice. It is well accepted that
exposure to different oral bacteria results in
differential methylation profiles. Recent evidence
indicates that changes related to methylation
patterns can occur in periodontitis.

The hypermethylation of E-cadherin, COX-2
and PTGS-2 genes have described in gingival
biopsy samples from individuals with chronic
periodontitis [12, 13]. Other studies [ 14, 15] have

suggested that the hypomethylation of IL-8 gene
is present in oral epithelial cells from individuals
with aggressive periodontitis and with chronic
periodontitis.

In [16] there was a discuss about hyper-
methylation status of E-Cadherin and COX-2
genes. Wings TY Looet al [16] analysis shown
correlated among the three groups with statistical
significance (p < 0.0001). The methylation of
CpG islands in E-Cadherin and COX-2 genes in
periodontitis patients occurs more frequently in
periodontitis patients than in thecontrol subjects,
but occurs less frequently than in the breast cancer
patients.

Hypermethylation in the IFN-r and IL-10 ge-
nes B.V. Michelle et al. is a first time investigated
in healthy and inflamed periodontal tissues [17].

In recent years, our understanding of the pro-
cesses controlling the dynamics of partial methy-
lation of IL-6 gene has been considerably in-
vestigated by Florenc Abdanur Stefani et al. [18].

The overall methylation of the studied PTGS2
promoter region (-541 bp ~-216 bp) in chronically
inflamed gingival tissues has 5.06-fold higher than
the methylation level exhibited in non-inflamed
gingival tissues [19].

The results F.P. Naila et al indicate that indi-
viduals with chronic periodontitis, independent of
smoking habit, have a higher percentage of hi-
pomethylation of the IL8 gene than those controls
in epithelial oral cells (p=0.0001), and expression
ofhigher levels of interleukin-8 (IL-8) mRNA than
controls in gingival cells. F.P. Naila et al has
conclude that inflammation in the oral mucosa
might lead to changes in the DNA methylation
status of the IL8 gene in epithelial oral cells [20].

The most dangerous endogenous DNA me-
thylating agent is S-adenosylmethionine (SAM)
[21]. SAM is a coenzyme involved in more than
40 metabolic reactions transfer of methyl groups
on nucleic acids [22]. On the one hand, enzymatic
DNA methylation is necessary for the regulation
of gene expression, on the other hand — can lead
to mutagenesis of DNA [23].

During the marginal periodontitis inflammation
in the cell SAM able to create: thousand 7-Me-
thylguanosine (m7G), hundreds — 3 methyladenine
(m3A) and tens — of Methylguanosine 6th (m6G)
[24]. The first two adduct contribute to the for-
mation of AP sites or blocking DNA replication.

MGMT protein acts through a self-des-
truction mechanism, removing abnormal adducts
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from the O6 position of guanine, providing protec-
tion from mutagenic agents [25]. Loss of MGMT
expression has been associated with aggressive
tumor behavior and progression in several types
ofneoplasia, including esophageal, hepatocellular,
lung, gastric and breast carcinomas [26].

Many types of stress activate p53, including
DNA damage, telomere attrition, oncogene acti-
vation, hypoxia and loss of normal growth and
survival signals. These stress signals may be
encountered by a developing tumor. Activation
of p53 can induce several responses in cells,
including differentiation, senescence, DNA repair
and the inhibition of angiogenesis [27].

So it is necessary to understand the cellular
mechanism of degeneration in periodontal tissues
in various types of epulis. DNA methylation under
the influence of chronic inflammatory could be
key to better understand disease evolution.

In the present work, we show the expression
of MGMT and p53 in epulis. There have been no
reports about expression of MGMTand p53 in
various types of epulis.

Methods. The study sample consisted of
periodontal and epulis tissues of patients. The
subjects were divided into two equal groups:

e patient’s group (group I): included 51 people
who had clinical diagnosis of epulis. Only patients
with available tissue represent a subset of the
overall study groups;

e control group (group I1): included 9 patients
who died in Sumy Regional Hospital Patients with
various diagnoses (not atherosclerotic ones).

Ethics statement. All study and family the
deceased participants were informed about the
study and those who agreed to participate signed
a consent form. Ethical approval for conducting
the study was obtained from the Health Ministry
of Ukraine (HMU). Approval for performing oral
examination was obtained from the authorities of
the respective hospital and clinic. Information
about the biopsy made in medical records and
postmortem epicrisis Patients who agreed to take
part on a surveillance confidential study, in
accordance to the Local Research Ethics com-
mittee from medical institute of Sumy State
University, Sumy Ukraine, approved under the
number 013U003315, were enrolled in this study.

The infrared spectroscopy was used for
gathering structural information on biological
systems, but not used in periodontitis inflammation
researchers. The study of DNA by infrared spec-

troscopy requires peeled DNA samples. The
infrared specters of DNA show many charac-
teristic: denaturation, alkylation, dehydration and
conformational transition.

DNA was isolated from epulis and periodontal
tissues using buffer (30 mMTrisCl; 10 mM
EDTA; 1 % SDS; proteinaza-K). DNA puri-
fication was performed standard phenolic-
chloroform method followed by precipitation in
absolute ethanol. The resulting DNA product was
triturated with and embedded in KBr tablet
subsequent FTIR spectrophotometer Spectrum
One (Perkin Elmer).

Hematoxylin and eosin (H&E) stains have
been used for at least a century and are still
essential for recognizing various tissue types and
the morphologic change. Paraffin sections are
immersing into three sets of xylene for 10 minutes
each followed by three sets of absolute ethanol
for 10 minutes and finally rinsed with tap water.
Slides are placed into haematoxylin for 5 minutes
and rinsed thoroughly under tap water for
approximately 4-5 minutes. Excess haematoxylin
isremoved by adding 1 % acid alcohol (1 % HCI
in 70 % (v/v) alcohol) for 5 seconds followed by
a tap water wash. The slides are rinsed in tap
water before being stained in eosin (1 % (w/v)
for 15 seconds with a subsequent wash in running
tap water for 1-5 minutes. The slides are covered
with glass cover slips.

Paraffin sections were prepared for acridine
orange staining by mounting on superfrost slides,
drying a hot plate, and then immersing into three
sets of xylene for 2 minutes each followed by
three sets of absolute ethanol for 5 minutes and
finally rinsed with tap water. The aim was to
remove the wax and dehydrate the sections.
Slides (paraftfin) were placed into acridine orange
staining solution for 15 minutes, and rinsed with
phosphate-buffered saline (PBS). Then the slide
was soaked in 0.1 % calcium chloride solution
for 3 minutes and was washed with PBS once
again. Cover glass was mounted for observation
under a fluorescence microscope to observe and
read the result.

Immunostainings for MGMT and p53 were
performed on formalin-fixed (pH 7,4), paraffin-
embedded thyroid tissue sections using mouse
monoclonal anti- MGMT, and anti- p53 (Thermo
Fisher Scientific UK). Briefly, 4mm thick tissue
sections were dewaxed in xylene and were
brought to water through graded alcohols. Antigen
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retrieval was performed by microwaving slides
in 10mM citrate buffer (pH 6.2) for 30 min at
high power, according to the manufacturer’s
instructions. To remove the endogenous pero-
xidase activity, sections were then treated with
freshly prepared 1.0 % hydrogen peroxide in the
dark for 30 min at 37 °C temperature. Non-
specific antibody binding was blocked using
blocking serum. The sections were incubated for
30 min, at 37 °C temperature, with the primaries
antibodies against MGMT and p53, diluted 1:100
in phosphate buffered saline (PBS) pH 7.2, after
washing 3 times with PBS. Anti-(mouse 1gG)-
horseradish peroxidase conjugate (1:40 000
dilution) was used for the detection of the MGMT,
pS3, primaries antibodies, sections were then
incubated for 20 min, at 37° C temperature. The
colour was developed by DAB.

Appearance of positive factors was detected
semiquantitatively by counting of positive
structures in visual field (+ — few, ++—moderate,
+++ — numerous, ++++ — abundance positive
structures in visual field.

Results were presented as mean values
(£SD). The K-S test was used in order to evaluate
the normality of the data. Also, the Student method
was used to perform simple comparative analysis
A value of p<0.05 was considered significant.

Results. A total of 51 cases including:
20 fibrous epulis,4 ossificans epulis, 9 pyogenic
granuloma, 14 giant cell epulis and 4 combined
epulis diagnosed and treated in the surgeon of
maxillofacial department in Sumy Regional
Hospital and, Sumy Regional Oncology Center
Ukraine from 2012 to 2014 were retrospectively
analysed. Epulides were classified basing on
histopathological diagnosis.

The patients were divided into four age
groups, ie., group I — up to 18 years; group Il —
18 to 40 years; group III — 41 to 60 years and
group IV — over the age of 60.

The microscopic examination of the he-
matoxylin and eosin stained section shown, a
single of tissue with epithelium and underlying
fibrous connective tissue stroma (fig. 1).The
sections revealed well-circumscribed, fibroblasts,
capillaries, edema areas and occasionally there
are bone resorption areas. There were also se-
veral areas characterised by haemorrhage, under-
lined by the presence of Fe deposits.

These microscopic features are typical for a
pyogenic epulis. Hematoxylin and eosin stained

Fig. 1. Fibrous epulis, haematoxylin
and eosin (x800):
A — capillaries; B — edema areas, C — resorption
areas, D — connective tissue

pyogenic epulis sections of the specimen (fig. 2)
exhibited fibrovascular connective tissue with
overlying ulcerated stratified squamous epithelium
with features of atrophy and proliferation at
different places. The ulcerated area was covered
by fibrinous exudate. The connective tissue was
fibrocellular with abundant vascularity. There
were numerous endothelium lined vascular
spaces, budding endothelial cells and proliferation
of fibroblasts. A moderate degree of chronic
inflammatory cell infiltrate, composed chiefly of
lymphocytes and plasma cells, was present.

A B

Fig. 2. Pyogenic epulis, haematoxylin
and eosin (x800):
A — vascular spaces, B — connective tissue
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The sections revealed well-circumscribed,
unencapsulated cellular mass containing oval to
spindle-shaped fibroblasts, abundant multi-
nucleated giant cells (fig. 3), numerous capillaries
(fig. 3 A) and areas of haemorrhage. These giant
cells were localized in the deep corion in a vas-
cular stroma of ovoid and spindle shaped
fibroblastys. The multinucleated giant cells were
of variable shapes and sizes containing open-
faced nuclei ranging from 10 to 25 in number
conforming to the type I giant cells described in
literature. There were also several areas cha-
racterized by haemorrhage, underlined by the
presence of Fe deposits.

Fig. 3. Giant-cell epulis, haematoxylin
and eosin (x400):
A — capillaries, B — areas of haemorrhages,
C — giant cells

The diagnosis was ossificans epulis with
spindle-shaped fibroblasts (fig. 4). There were
no atypias or mitotic figures presence of a
fusocellular tumor containing calcifications with
concentric and acellular mineralization at the
center and other areas presenting recently formed
osteoid with peripheral osteoblasts and signs of
progressive calcification.

MGMT and p53 was expressed in giant-cell.
Expression of MGMT and p53 in giant-cell
epulises shown in fig. 5 and 6. By immuno-
histochemistry (97.1+0.42)% (p<0.001) of giant-
cells were positive for MGMT, whereas only
(6.21+0.26)% of giant-cells were positive for p5S3
(p<0.001). Induction of the enzymatic activity of
MGMT was increased p53. This could be ex-
plained by the fact that MGMT is physiologically
expressed by the giant-cell of epulis, p53

A

Fig. 4. Ossificans epulis, haematoxylin
and eosin (x100):
A —acellular mineralization; B — fibroblasts

expression is weak or absent in giant-cell epulis
and non induced apoptosis in the fibrous
connective tissue.

A B
Fig. 5. Expression of MGMT proteins
in giant-cell epulis(x800):
A — giant cells MGMT «-» nucleus; B — giant
cells MGMT «+» cytoplasm

P53 immunoexpression was negative in the
18 cases of fibrous epulis and positive in the case
of simple dysplasia from the papilloma type,
confirming the changes noted in usual staining
(fig. 7). In all of the fibrous epulis MGMT was
positive [(98.54+£10.19)%].

Positive MGMT immunostaining was present
in (87.2+7.20)% of ossificans epulis. Positive p53
immunostaining was found in (23.004+2.02)% of
ossificans epulis.
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A

Fig. 6. Expression of p53 proteins
in giant-cell epulis, (x800):
A — giant cells p53 «-»

All pyogenic epulis immunopositivity for
MGMT in fibroblasts and in cellular infiltration.
Interestingly, in the periphery of the lesion these
ones showed a moderate positivity around the
blood vessels to MGMT (24.354+4.89)% related
antigen, reaction not evident deeper in the fib-
roblasts and in cellular infiltration. In 9 of the
samples analyzed at least one the p53 sample was
positive.

1 B
Fig. 7. Expression of p53 proteins indysplasia
from the papilloma type (x600):
A —cells p53 «-»; B —cells p53 «+»;
C — basal cells

deoxyribose. Stretching vibrations of the C-H frag-
ments alkyl groups CH,, CH, appear in the 3000
2840 cm’!. In the area spectra 3000-2840 cm’!
arises partly overlay peaks of adenine, thymine,
guanine, cytosine. For differentiation groups CH,,
CH,, remember that stretching vibrations Ssp3-H
bonds are usually observed below 3000 cm™,
while stretching vibrations links Ssp2-N and Ssp-N
lie above 3000 cm™' (fig. 8).

Caontrol (Zrou
iy s

—

i Fl. ; . Gianl coll ¢ pulis
——

Fig. 8. DNA IR specter

Infrared spectra (IR) of the DNA bands can
be roughly divides into three areas: first — 4000—
2000 cm-1 — variations of bases, the second —
1700-1500 cm-1 — DNA deoxyribose vibrations,
third — 1300-1000 cm-1 — deoxyribose vibrations
and phosphate groups in the skeleton of the DNA
molecule. The bands of the spectrum depending
on the absorption of infrared radiation can be
dividedinto: strong — < 20% average — 20 %—5%
and weak — 5 % =. Due to the complexity of the
structure of DNA arises imposition peaks of
adenine, thymine, guanine, cytosine, deoxyribose
and phosphorus balance in the group CH3, CH2.

The most important differentiation CH3 groups
attached to abnormal bases from CH 2 groups

Stretching vibrations of methyl groups (CH,)
are observed as two bands at 2962 and 2872 cm™.

The first — the result of antisymmetric stret-
ching vibrations in which the two C-H stretching
of the methyl group, while the third connectivity
is compressed (nas CH,).

The second band is due to symmetric stret-
ching vibrations (as CH3), when all three C-H
bonds are stretched or compressed in phase. The
presence of several methyl groups leads to an
increase in the intensity of the respective bands.

Stretching vibrations of methylene groups
(CH,) are also observed in two bands (2962 and
2853 cm™) due to antisymmetric (sas CH,) and
symmetric (s CH,) stretching vibrations.
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In the methyl groups may show two defor-
mation vibrations: symmetric deformational vib-
rations (1s CH,), which is found around 1375 cm'!
and antisymmetric deformational vibrations (gas
CH?) — in the 1450 cm™.

The absorption at 1375 cm™ is an important
criterion (18 CH,) group. Negligible absorption
band in the spectrum of DNA and characterized
compression intact DNA. Methyl group has four
types of deformation vibrations (scissor, fan-
shaped, shuttle, spinning). The most informative
is the absorption in the 1465 cm™ due to scissor
deformation vibrations (as CH,). Therefore, CH,
and CH, comparison groups in DNA intact pe-
riodontium and periodontal epulides of the above,
we analyze in the absorption band.

Significant changes were observed IR absorp-
tion bands at — 1sSN, group bases. In intact pe-
riodontium in CH, — IR bands were unchanged.
Center band oscillations — 1sSN, group was at
(1375+1) cm’'. Percentage intensity on a scale
transmission of infrared radiation was (7,18+
0,74)%. Percentage of infrared absorption bands
137541 cm™ in giant cell epulis equal to (13,24+
3,% (** p=10.01).

Changes in IR absorption bands observed in
asCH, group. In intact periodontal 1sCH, next
strip — strip center fluctuations — 1464 cm™!, the
percentage of intensity on a scale transmission
of infrared radiation — (0,24 + 0,03)%. Percentage
of IR absorption bands — 1464 cm™ in the giant
cell epulis was (0,46%0,09)% (*p = 0.05).

In most model systems, etoposide-induced
apoptosis is dependent on p53 [28]. Acridine
orange is a nucleic acid selective metachromatic
stain useful for cell cycle determination. Acridine
orange interacts with DNA and RNA by inter-
calation or electrostatic attraction respectively.
DNA intercalated acridine orange fluoresces
green (525 nm); RNA electrostatically bound
acridine orange fluoresces red (>630 nm). It may
distinguish between quiescent and activated,
proliferating cells, and may also allow differential
detection of multiple G, compartments. Acridine
orange also measuring apoptosis, and for detec-
ting intracellular gradients and the measurement
of proton-pump activity (fig. 9). The apoptotic
cells were greenish yellow in color whereas the
necrotic cells were orange-red. Significant dec-
rease (p<0.05) in apoptotic cells was observed
among all epulis whereas maximum apoptosis
was observed in giant cell epulis on interaction

Fig. 9. Giant-cell epulis,
acridine orange (x800):
A —necrotic cells, B — apoptotic cells,
C — erythrocytes

which was confirmed by DNA IR absorption
bands (fig. 8).

Discussion. In this study, the expression of
MGMT and p53 was examined to elucidate the
relationship between their immunostaining. We
found that in MGMT cells P53 expression was
significantly lower. This is in line with the results
of our previous study [29]. Abnormal promoter
methylation is not the only determining factor in
the regulation of MGMT expression [30.]. Other
regulators of MGMT expression must be explored
to determine this, and the tumor suppressor p53
may be an interesting candidate.

The determination of mutational spectra has
defined two areas of contemporary interest in the
role of MGMT in mutation avoidance. The first
ofthese is the issue of sequence and DNA strand-
specificity of induced mutation. The second
concerns the role of MGMT in protection against
spontaneous mutation [31].

The recognition of DNA damage (double-
strand) start mechanisms leading to apoptosis by
activating p53 gene. P53 gene haz its name from
the molecular weight of the protein, encoded by
it—p53 kDa inactive in normal cells.Now function
of the gene P53 can be classified into: helps cell
differentiation, cell cycle regulation, cellular
responses to DNA damage, DNA repair, start
replication and apoptosis [32].
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Abnormal proliferation and various cells
damaging is response of activation p53 gene.Cycle
cell phase (G1 or G2) stops p53 protein through
its target genes. The target gene starts DNA
replication before mitosis and stimulates the DNA
repair or induces apoptosis. [33, 34]. In addition,
the p53 protein itself is involved in DNA repair,
inhibits angiogenesis and acts as transcription
factor of many genes [35, 36].

Researches of gene expression TP53 and
MGMT in different cell types of human tumors
is very inconsistent. Mice and rats given con-
flicting results about the relationship between the
expression of these two genes. Some researchers
experimentally demonstrated the inhibitory ac-
tivity of p53 into MGMT expression, other
researchers on cell lines showed that the MGMT
gene expression inhibits p53 wild-type [37—44].
T. Osanai et al. [45] found that samples of human
breast tumors expressing p53 does not inhibit
MGMT. Astrocytes cell (mice lines) expressing
p53 wild-type have higher activity MGMT [46].
Decreased MGMT expression found in different
samples of human tissue in which the observed
changes.in p53 [47]. A. Chakravarti et al
demonstrated to matched wild-type p53
expression may be necessary for MGMT
expression.MGMT and mutant p53 can reduce
expression of the genes [48]. Thus, p53 is involved
in the regulation of active MGMT. Summing the
results of different studies should indicate that
p53 is involved in the induction of gene MGMT
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E.B. Kyzenko A-M. Pomaniok

UCCJIEJIOBAHMS SIYJIMCOB HAIIMEHTOB C BbBICOKMM PUCKOM 3ABOJIEBAHUI TIAPOJJOHTA
METOJIAMH JHK-UH®PAKPACHOM CIIEKTPO®OTOMEPUU, UMMYHOI UICTOXUMHUHU (MGMT U P53)
U JIIOMUHECHEHTHON MUKPOCKOIIUU

ITpoananu3upoBaHel MOPGHOIOTHIECKUE 0COOCHHOCTH Pa3HBIX TUIIOB AITYJIHCA, AlIONITO3, YPOBEHD IKC-
npeccun MGMT u p53, metunuposanue JJHK y narueHToB ¢ BocaIUTEIbHEIMU 3a00I€BAHUSIMU TTAPO-
JoHTa. TKaHM 3MyaKca OLIEHUBAIM MOP(OIIOTHYECKH U 10 ypOBHIO dKcnpeccuu 6eaxkoB MGMT u p53.
VYposens MetunupoBanus JJHK 51 smynuca omeHuBamM ¢ MOMOIIBIO HH(PAKPACHON CIIEKTPOCKONUH, a
CHOCOOHOCTH K aloNTO3y — OKPACKOH aKPHIUHOBBIM OPAHIKEBBIM.

Okcnpeccus 6e1xoB MGMT u p53 BeIpaxkeHa B THTAHTCKUX KIIETKaX. VIMMyHOTHCTOXHMUYECKH B
ruranTckux kierkax MGMT 6Gbina monoxurenbaol (97,1 + 0,42) %, p<0,001, B To BpeMs KaKk TOJBKO
simpa pS3 TMTAaHTCKUX KIIETOK OBUTH MOJOXUTENbHBIMU (6,21 £+ 0,26) %, p<0,001. Dxcrpeccust MGMT
ObLa GoJbIe, YeM dKcIpeccus pS3. ITo MOXKHO 00BICHUTH TeM, uTo MGMT siBiiseTcs penapaTHBHBIM
¢depmenTom. M3menenus nonoc uHppakpacHoro normomenus JJHK ruranrokneroqnoro smymuca HaOIr0-
natorcs B rpynme 0sCH,. B rpanynsupnonnoii kann 0sCH, nentp — 1464 cM™' HHTEHCHBHOCTE 1O IIKajTe
noronieHus nHppakpacHoro uznydeHus cocrasmwia (0,31 = 0,04) %; monoc HHPpaKpacHOTO TMOTIIOIIe-
uust — 1464 cm!' B IHK rurantoknerounom cocrasui (0,46 £ 0,09) %, p = 0,05. Yeenuuenue szCH3
rpynn JIHK smynucoB u3MeHseTcst 1 UMeeT CllefyIolee HanpasiieHue: GuOpo3HbIi smynuc = occudpunu-
PYIOIIMM 3MYNKC —> TpaHyIsMOHHAs TKaHb —> CMEILIaHHbIN 3IYJIUC —> aHTMOMAaTO3HBIN 3MTYJIUC —> TUTaH-
TOKJIETOYHBIN 3ITYIHC.

O6HapyxeHo snureHetndeckoe MetunupoBanue JJHK. Craructudeckuil aHaau3 MOKa3bIBaeT, YTo Cy-
HIeCTBYIOT pasinuusa Mexay criekrpamu JIHK rurantoknerounoro snynuca u JIHK KoHTpobHOU TPy IIIBL
WndpaxpacHas ciekTpopoTOMETpHsI MO3BOJISIET YTBepkaaTh 00 m3menennu B JJHK ¢ mprucoennnernem
CH, rpynn. Cnenan BbIBOJI, 4TO MHPPAKPACHas CIIEKTPOCKOIHS MOXKET ObITh MOJNE3HBIM METOIOM HCCIIE-
JIoBaHUS B n3ydeHnn metunupoBanus JJHK.

Knwuegwie cnosa: snynuc, anonmos, memunuposanue JHK.

€.B. Kyzenko, A.M. Pomaniox

JOCILIZKEHHS ENYJIICIB MAHIEHTIB 3 BUCOKHUM PU3UKOM 3AXBOPIOBAHBb ITAPOJOHTA
METOJAMU JHK-THOPAYEPBOHOI CIEKTPOMETPII, IMYHOTI'ICTOXIMII (MGMT I P53)
LJIIOMIHECHEHTHOI MIKPOCKOIII{

ITpoanamnizoBaHo MOP(OIOTidHI 0COOIUBOCTI PI3HUX THIIIB EITYIIICIB, allONTO3, piBeHb ekcrpecii MGMT
i p53, metmmoBannsa JIHK y martieHTiB i3 3anaqbsHUMU 3aXBOPIOBAHHSIMHU NTApOJOHTA. TKaHHHU eMyJIiciB
ouiHoBaIu MopdosoriuHo i 3a piBHeM excnpecii 0inkiB MGMT, p53. Pisens metumroBanns JJHK 51 emy-
JIiCY OIIHFOBAJIH 32 JIOTIOMOTO0 iH(pauepBOHOT CIIEKTPOCKOITIi, & 3MATHICTh JI0 alloNTO3y — 3a0apBICHHIM
AKPHUIMHOBHUM OPAHKEBHM.

Excnpecis 6inkiB MGMT 1 p53 BupaskeHa B MraHTChKUX KIITHHAX. IMyHOTICTOXIMIYHO B TTaHTCHKUX
kinitnHax MGMT 6yna mozutuBHOWO — (97,1 + 0,42) %, p<0,001, y TO# 4ac sIK TINBKH simpa pS3 TiraHTCh-
KHX KIITHH O0ymu mo3uTuBHUMH (6,21 + 0,26) %, p <0,001. Excripecist MGMT 0yina Oinbine, Hixk eKCIpecist
B p53. Lle MoxxHa mosicHUTH TUM, 110 MGMT € penapatuBHUM (HEPMEHTOM.

3Minu cMyT iH(padepBoHoro normuHaHH JJHK riraHTOKIIITHHHEX €MyIliCiB CIOCTEPIiraloThesl B IpyIi
8sCH,. ¥ rpanynsuiiiniii kanuni SsCH, ienTp — 1464 cM™' iHTEHCHBHICTB 32 IIKAJIOKO TIOTIMHAHHS iH(ppa-
4yepBoHoro BunpomintoBanHs ckiaia (0,31 + 0,04) %; cmyr iHppadepBoHOro norivHaHHS — 1464 cm™' B
riranToksIiTHHHOMY emynici — (0,46 + 0,09) % (p = 0,05). Kinbkicts 6sCH, rpyn B JIHK nocnimxysanux
eIyIiciB 301IbIIy€eThCS 1 Ma€ HACTYIHUIT HapsIMOK: (PiOpo3HHMIA etryitic = ocudikyrounii emysic = rpaHyns-
Ii}{Ha TKaHMHA —> 3MiIIaHKH eMTyNic —> aHTiOMATO3HUH eMyIic — FMTaHTOKIITHHHUH emyJIic.

BusiBneno emirenernune MetwiyBanus JJHK. CratucTiuunmii aHati3 Mokasye, 1o iCHyFTb BiIMIHHOCTI
Mix criektpamu JIHK rirantoxmituraoro enyiicy i JJHK koaTponbHOi rpynu. [HGpadepBona criekTpodoTo-
METpis 03BOJISE CTBEpKYBaTH 1po 3miny B JIHK 3 mpuennanusam CH, rpym. 3po0ieHo BUCHOBOK, 110
1H(padepBOHA CIIEKTPOCKOIIIS MOXKe OyTH KOPUCHUM METOJIOM JIOCIIKeHHS Y BUBYeHHI MeTrimyBanHs JIHK.

Kniouosi cnoea: enynic, anonmo3s, memunygeanus J[HK.
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