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PE3IOME:

ABSTRACT

HeBpoumncTuuepkosata €  napasuTHO
3abonsiBaHe Ha LleHTpanHaTa HepBHa cucre-
Ma, NPUYMHEHO OT napsoBaTa dopMa Ha
CBWHCKaTa TeHus, Taenia solium. MNpu uepe-
bepanHata uUMCTMLEPKO3a OBMKHOBEHO WMMA
M3sBa Ha nNcuxmaTpuyHa cumnTomaTvka. U
AseTe 3abonsiBaHMa MoraT ga 6bvaaT KoMop-
6uaHM Ha Apyrv HEBPOMOrMYHU CUHAPOMM,
Unn ga ce nposiBsSBaT CaMOCTOATENHO. Te3un
abHoOpMHOCTN ca 6unn npeaMeT Ha LUMPOKO
MalabHn NpoyyBaHMa NpoOBEXAAHW OT MCu-
XMaTpu 1 HEBPOSIO3M B Hadanoto Ha 20 Bek,
nosnaraw ocHosute 3a no-aob6poTto pazbu-
paHe Ha OpraHWYyHWUTE MCUXMYHWU Pa3CTPOW-
cTBa.

KnrouoBn gymm: Taenia solium, HeBpo-
LUMCTMLEPKO3a, KIIMHUYHA KapTWHA, Ncuxua-
TpU4Ha KOMOPOMAHOCT

Neurocysticercosis is a medical condition of
parasites investing the central nervous sys-
tem. It is caused by the larval form of the pork
tapeworm Taenia solium. Psychiatric distur-
bances are typically present as clinical symp-
toms of cerebral cysticercosis, both in comor-
bidity with other neurological syndromes or as
a dominant feature. These kinds of abnormal-
ities were a subject of extensive studies by
psychiatrists and neurologists at the begin-
ning of the 20th century, providing key pre-
liminary insights into organic mental diseases.

Key words: Taenia solium, neurocysticer-
cosis, clinical manifestations, psychiatric
comorbidity
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INTRODUCTION

Neurocysticercosis (NCC), a condition cau-
sed by the pork tapeworm T. solium, is the
most common parasitic infection of the CNS
(5). Nevertheless, its natural history hasn't
been well documented. As regards the epide-
miology of NCC, the disease is widely endemic
in underdeveloped countries in Central and
South America, Asia, and Africa. According to
statistical data, more than 400,000 people in
Latin America (1,11) and 10% of those pre-
senting neurologic signs in developing countri-
es (10) have NCC. NCC accounts for up to 2%
of neurologic and neurosurgical admissions in
southern California (15) and for more than
1000 cases per year in the United States (23).
It mostly affects adults in their 30s or 40s
while the infection is quite uncommon in the
elderly and in children younger than 2 years
owing to the long incubation period of T. soli-
um (19).

LIFE CYCLE OF TAENIA SOLIUM

It takes approximately 2 months for the
larva to evolve into a mature adult tapeworm
at is capable of producing eggs (18). The fully-
grown tapeworm lives in the human small
intestines and consists of a scolex and strobi-
la. The strobila consists of proglottids that
contain approximately 40,000 eggs. T. solium
can shed up to 300,000 eggs daily into the
feces. Afterwards, the eggs are disseminated
into the environment. Free-ranging pigs nor-
mally feed on human feces that are contami-
nated with eggs, which later develop into cys-
ticerci (scolex containing cysts). The ingestion
of undercooked infected pork containing cys-
ticerci, whereby ingestion of T.solium eggs
occurs, and the contact with carriers or conta-
minated food infects humans with NCC.
Ingested eggs hatch in the stomach and the
intestine and the then-formed oncospheres
circulate in the blood and get access to various
tissues. Thus cysticerci often develop in sub-
cutaneous tissue, skeletal muscle, the brain,
the eyes, heart, liver and lungs. Actually,
developing cysticerci cause little host reaction.
Usually only after several years, when cysti-
cerci denigrate, inflammation develops.
Ultimately, the cysts undergo necrosis and
may become calcified. These calcified or dead

cysts are antigenic and upon being recognized
by the host, may induce an inflammatory
reaction (17). The survival of the eggs is
adversely affected by extreme temperature
and desiccation, whereas humidity, tempera-
tures ranging between 10°F and room tempe-
rature favor egg survival. It should be taken
into consideration that wind, water, and birds
help dispersing the eggs (19).

CLASSIFICATION AND PROGNOSIS

NCC is categorized according to the viabili-
ty and location of the parasite in the host CNS.
The classification is divided into active (vesicu-
lar), transitional (inflammatory, degenerating,
or colloidal), granular nodular (healing), and
inactive (calcified) stages (4). Each viability
criterion is further subdivided into extraparen-
chymal and parenchymal. Parenchymal forms
of NCC have good prognosis in terms of
remission of clinical signs (7). On the other
hand, the prognosis for extraparenchymal
forms is unfavorable, especially in patients
with hydrocephalus due to arachnoiditis (7).
The viability criterion allows analysis of the
parasite’'s natural history and production of
pathophysiologic changes in the hosts CNS.
This is of prime importance as clinical mani-
festations and therefore therapeutic procedu-
res vary depending on the classification (19).

DISEASE MANIFESTATIONS

The presentation of NCC in accordance with
the stage, location, and amount of the
cysts.11 The clinical manifestations develop
upon an inflammatory response around a cys-
ticercus that is degenerating. What triggers
such degeneration hasn’t been established,
but the cyst seems to lose its ability to regu-
late the host immune response. It has been
estimated that peak presentation occurs in 3
to 5 years post infection, but it might take lon-
ger than 30 years. After degenerating, the
cysts become calcified and inactive. At this
stage, they may no longer cause symptoms or
may serve as a core for epileptic activity.
Parenchymal NCC is the most common type of
NCC. As a great number of cysts invade the
brain parenchyma, clinical manifestations
include seizures (focal or generalized), focal
encephalitis, edema, and vasculitis. Any focal
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neurologic deficits are usually transient, with
remissions and relapses. Patients may suffer
from headaches and signs of increased intrac-
ranial pressure in both the parenchymal and
extraparenchymal forms. Patients having ext-
raparenchymal disease usually develop sym-
ptoms of hydrocephalus owing to intraventri-
cular cysts. Subarachnoid cysts may lead to
visual field defects and cranial nerve palsies.
Spinal cord cysticer-cosis is rare. When the
spine is affected, the thoracic region is the
most common location. Spinal cord cysticer-
cosis can in turn lead to radiculopathy, parest-
hesias, and sphincter disturbances. Cysticerci
may also develop in the eyes, heart, muscle,
or subcutaneous tissue. Ocular cysticercosis is
usually asymptomatic. Chorioretinitis, retinal
detachment, or vasculitis may result in inflam-
mation that occurs around degenerating cys-
ticerci. When the heart is affected, conduction
defects and arrhythmias may ensue.
Subcutaneous tissue and muscle involvement
will result in subcutaneous nodules and myo-
pathy (19).

PREVALENCE OF PSYCHIATRIC
DISORDERS

Most of the psychiatric knowledge on NCC
has been gathered from studies carried out in
mental institutions in the late 1800s and the
early 1900s. These sources have provided us
with detailed descriptive accountss of the pati-
ents’ psychopathology. In many cases it would
mimic major psychiatric syndromes such as
schizophrenia and bipolar disorder (12,13,
24).

The occurence of NCC was presumed to be
high in psychiatric institutions not only due to
a causal relationship between the two medical
conditions, but also because patients with
severe forms of psychosis and dementia were
prone to become secondarily infected as a
consequence of poor hygiene and copropha-
gia.A number of psychiatric syndromes have
been so far attributed to NCC. In early papers
of classic research on this subject, one can
come across accounts that are indistinguis-
hable from dementia praecox, paranoia,
neurosyphilis, Korsakoff's psychosis and
dementia (22,27). Chronic delusions and hal-
lucinations, as well as mood variations compa-
tible with the diagnoses of major depressive

disorder and bipolar disorder were also repor-
ted (2,21). As the etiology of these cases was
seldom established in life, clinical findings
were retrospectively correlated to neuropat-
hological observations of signs of the parasitic
infection. Leukart (1886), for instance, sug-
gested that cysticerci that are located in the
ventricles and basal ganglia were more liable
to induce mental abnormalities than cortical
lesions (14). In the majority of these cases,
neuropsychiatric findings were compatible
with major cognitive impairments such as
delirium and dementia (14, 24).

In Europe, further interest in NCC was rai-
sed after the evaluation of cysticercosis in 450
British ex-servicemen who had acquired the
disease during military placements in pre-
1947 colonial India (6). 39 of these patients
(8.7%) manifested mental disorders as a pro-
minent feature - there were cases of organic
deterioration, affective disorders and schi-
zophrenia. Excluding the former cases of une-
quivocal organic mental disease, medical
records showed divergence on the etiological
relationship between the psychiatric condition
and cysticercosis.

Clinicians from Brazil, Chile, Mexico, China
and other countries where prevalence of the
disease was high have also made important
contributions to this field of scientific knowled-
ge.

In a cross-sectional study of 38 cases at a
neurology outpatient clinic in Brazil, depressi-
on was the commonest psychiatric manifesta-
tion, as shown by the Present State
Examination and the Schedule for Affective
Disorders and Schizophrenia - Lifetime
Version semi-structured interviews (9,25,28).
Signs of psychosis were observed in five pati-
ents although none had a clear-cut schizoph-
renic or bipolar presentation. Only 13 patients
(34.2%) were classified as mentally healthy
by the aforementioned psychometric met-
hods. Thirty-two patients were assessed by
the Mini-Mental State Examination and the
Strub and Black’s Mental Status Examination
(8,26), whereby neuropsychological dysfun-
ction was identified in the majority of the
cases (87.5%). Yet, severe cognitive abnor-
malities were less frequent (15.6%) (9, 24).
Attention deficits were detected in all the pati-
ents assessed, which has probably been influ-
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enced by the effect of antiepileptic drugs(car-
bamazepine and barbiturates). 59.4% had
mild to moderate and 40.6% manifested
severe attention disturbance. Memory and
language were affected in 78% of the patients
and higher cognitive functions were impacted
in 87.5%.0ther deficits included disorders of
praxis and motor functions (50%). Reading
and writing skills were not so commonly
impacted (28% and 0.6% of patients, respec-
tively). There was no clear pattern of localiza-
tion for the neuropsychological dysfunction in
the patients. Despite the clinical heterogeneity
of the test group, there was only a mild corre-
lation between the manifestation of depressi-
on and laboratory signs of active disease
(defined by the presence of parenchymal
cysts, not just calcifications , as shown by
computed tomography(CT) and magnetic
resonance imaging(MRI) scans, and/or
inflammatory cerebrospinalfluid (CSF)) (P =
0.04), and modest correlation with the occur-
rence of intracranial hypertension (P = 0.1).
Psychosis also possibly correlated with intrac-
ranial hypertension (P =0.06) but not with
disease activity (P = 0.5). No association was
found between the psychiatric manifestations
and the occurrence of epilepsy (P = 0.63),
even when the epidemiological group of active
epilepsy 29 was considered (P =0.72), nor
with the current use of steroids (P =1).
Previous history of depressive episodes swas
strongly associated with current depression (P
= 0.006) and psychosis (P = 0.04) (9).These
findings come in accordance with several
other studies that have addressed the etiology
of organic mood disorders. Family history of
depression and history of depression before

the onset of the organic disease are regarded
as risk factors for developing depression in
patients with cerebrovascular disease and
multiple sclerosis due to greater biological vul-
nerability (3,20). Disease activity, i.e. diffuse
or localized central nervoussystem inflamma-
tion, is temporally related to organic mood
disorders, as shown in other medical and
neurological conditions like systemic lupus
erythematosus and multiple sclerosis (16,
24).

CONCLUSIONS

The assessed mental abnormalities and
cognitive dysfunctions in respectively 65.8%
and 87.5%, of a cross-section of neurological
outpatients with NCC presents an estimate of
the high prevalence of psychiatric morbidity in
the given setting. Samples of psychiatric inpa-
tients might assist with a different profile of
psychiatric findings of more severe or even
specific forms of mental diseases. That is
thanks to psychiatric surveys based on pati-
ents from mental institutions in the first half of
the 20th century reporting up to 75% of seve-
re mental diseases in association with cysti-
cercosis. Such a high rate might be accounted
for by a long period of the untreated underly-
ing organic disease, since many of the afore-
mentioned patients had previous history of
neurological syndromes prior to psychiatric
admission, as written in their medical records.
It is possible therefore that mental disease
represents one of the consequences of a dete-
riorating organic illness, in the setting of no
effective therapeutic strategies for the parasi-
tic infection at that time.
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PE3IOME:

ABSTRACT

B nocnegHoTO agecetuneTve yecroTtaTta Ha
NauMeHTUTE C MHOXECTBEHM MbPBUYHM
Ma/IMrHeHN 3abonsiBaHWsl HapacTHa 3Hauu-
TE/THO KaKTO nopaau nofobpeHute AvarHoC-
TUYHM Bb3MOXHOCTM, TakKa M NOpaaun yabixke-
HaTa npexuBseMocT. NogobeH cnyyan e onu-
caH 3a nbpeu nbT oT Whipham (1878) npwu
MauUMEHT C JIEBKEMUS M KapUMHOM Ha NaH-
kpeaca. Billroth (1889) dopmynupa nbpeute
TPU KpUTEpUs, XapakTepuampaliy noaobHu
TYMOpPM: BCEKM TyMOP € C Pas/In4yeH XMCTOs0-
rMMYeH NpoM3XoZ; MMaT pasfiMyHa JloKanmsa-
uns (nobpe amdepeHUMpaHn MaKpo, -MUK-
POCKOMCKK); BCAKa €31 UMa CBOW MeTac-
Tasn. Warren and Gates(1932) npeanarat
aKTyaslHW KpuTepun: Bcekn Tymop Tpsibea aa
6bae 3n0kavectBeH; Aa 6bae KaTeropuyHo
pa3fiMyeH OT ApYrusi; Bb3MOXHOCTTa €4AMHUSAT
fa bbae MeTacTaTUyHa ne3us Ha Apyrus ce
nsknoysa. OrpoMHOTO pa3Hoobpasue 1 Bb3-
MOXHOCTN 3a KOMOWHMpaHe Ha Te3n TyMmopwu
MpaBM HEBB3MOXHO Cb34aBaHETO Ha efHa

In recent years, the incidence of patients
with multiple primary malignant tumors has
increased considerably - due to the increased
diagnostic capacity and prolonged survival of
these patients. For the first time, such a case
described by Whipham (1878) of a patient
with leukemia and pancreatic carcinoma. First
Billroth (1889) formulates three primary crite-
ria for distinguishing these tumors: each
tumor must have a different histological
appearance; the tumors must arise in various
locations (i.e., clearly differentiated macro-
and microscopically); each lesion must pro-
duce its metastasis. Warren and Gates (1932)
offered broader criteria: each of the tumors
has a clear picture of malignancy; each must
be distinct; the possibility of one being a
metastatic lesion of the other must be exclud-
ed. The huge diversity and countless possibil-
ities for combinations of these tumors make it
impossible to structure them into a single
classification. That is why we divide them into
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Knacndukaums. ETo 3awo Te ca pasgensT B
ABEe Tpynu: CUHXPOHHM (ABE WM roBeye
Heonna3Mm ce pas3BMBaT €4HOBPEMEHHO B
nepuoa Ao 6 mMeceua) M METAXPOHHWU (BTOpU-
AT KapLMHOM Ce NosiBsiBa Noseye oT 6 Mecela
cnen nopeBus). Cnopen CTaTUCTUYECKUTE
AaHHW 5-rogvwHaTa OHKOSIOrMYHa Mpexu-
BSIEMOCT e HapacTHana ao 60%. [daHHuTe
nokasBeat, 4Ye H6poaT naumeHTn C MHoXecTBe-
HA MbPBUYHN MaNUrHeHW 3abonsBaHusl Le
HapacTBa.

KnrouoBu AyMMn: CUHXPOHHW HEOMasmu,
METaxXpOHHW Heonaa3mm

two groups: synchronous (two or more neo-
plasias develop simultaneously within a period
of up to 6 months and metachronous (the
second carcinoma develops after 6 months
compared to the first). By statistical data, 5-
year oncology survival rate increased to 60%.
Data show that the number of patients with
multiple primary malignant neoplasias will
increase.

Key words: synchronous neoplasms,
metachronous neoplasms

INTRODUCTION

In recent years, the incidence of patients
with multiple primary malignant tumors has
increased considerably - due to the increased
diagnostic capacity and prolonged survival of
these patients. Patients survived a malignancy
have a 20% higher risk of developing a second
primary neoplasia in the same or another organ
compared to the general population.
Publications in this area were recognized since
the late nineteenth century.

In 1888 Fenger [5] published the first report
on synchronous colorectal carcinomas. Later, in
1889 Billroth [1] reported a series of cases of
multiple primary breast carcinomas. Until the
end of the 19th century, there was a lack of inte-
rest in the scientific circles of these isolated
cases of patients with multiple neoplasias. At
the beginning of the 20th century, however, it is
noticeable that not only the incidence of patients
progress but also the number of cases described
in the scientific literature. In 1932, Warren and
Gates [19] summarized 1259 cases from the
worldwide publications. In the following years,
over 10,000 cases have been reported globally.

In the period 1926-1931 Warren [18] and col-
leagues observed cases of autopsy patients with
malignancies, 3.7% of all had multiple primary
lesions. From the period 1932-1943 6.8 % have
been demonstrated with multiple primary malig-
nancies. Hurt and Borders [6] reported 3.3% pri-
mary malignant lesions among surgical patients
at the Mayo Clinic in 1929. In 1937 Stalker [14]
and associates confirm 4.5% of primary malig-
nant neoplasia among surgical interventions in
the same clinic.

It is noteworthy that the number of these
patients has increased significantly over the
years and they are no longer isolated cases.
Due to improved treatment methods, patients
who have overcome a malignant disease live
long enough to have the risk of developing a
second illness.

CRITERIA FOR DIAGNOSIS

At the beginning of the 20th century, it was
wrongly believed that the presence of a malig-
nant neoplasia suppressed the development of
another. Hurt and Broders [6], however, noticed
a trend among 71 cases that the occurrence of
a second neoplasia is more likely to occur in the
same organ or system as the first. Taylor, 1931
reported 18 breast cancer patients who develo-
ped a second malignancy in the genital tract
[15]. A little later, other scientists (Pierce and
Slaughter, Huber) sought an explanation for the
relationship between estrogen-dependent
organs and the occurrence of a second neopla-
sia. However, there is no clear evidence to sup-
port these two hypotheses [13].

All this requires the establishment of clear
criteria for the diagnosis of multiple primary
malignancies. Due to the specificity, variety, and
unpredictability of these neoplasias, it's hard to
be absolute. Multiple primary malignancies are
two or more tumors that are found in the same
individual at the same time or consecutively
over a given period, i. e. occur synchronously or
metachronically in one or different organs.

First Billroth [1] formulates three primary cri-
teria for distinguishing these tumors:
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® Each tumor must have a different histological
appearance

® The tumors must arise in various locations
(i.e., clearly differentiated macro- and mic-
roscopically)

@ Each lesion must produce its metastasis.
Subsequently, it became apparent that due

to these strict requirements, a low incidence of

multiple primary malignant neoplasias was

reported. This is not real because it is entirely

possible that two carcinomas, independently of

each other, with a similar histological characte-

ristic, occur. In 1932, Warren and Gates [19]

offered broader criteria:

® Each of the tumors has a clear picture of
malignancy

® Each must be distinct

® The possibility of one being a metastatic lesi-
on of the other must be excluded.

CLASSIFICATION

The huge diversity and countless possibiliti-
es for combinations of these tumors make it
impossible to structure them into a single clas-
sification. That is why we divide them into two
groups [12]:

1. Synchronous - when two or more neoplasias
develop simultaneously within a period of
up to 6 months.

2. Metachronous - when the second carcinoma
develops after 6 months compared to the
first. This division is somewhat conditional.
Synchronic tumors are not relevant to the
prognosis if they are diagnosed on time. But
if their presence is missed, they later mani-
fest themselves as the so-called an advan-
ced metachronous tumor at an advanced
stage.

Patients with primary malignancy had a
1.29-fold higher risk of developing a second
malignant tumor with the same localization
(Schoenberg) as compared to the general
population. In general, we distinguish the fol-
lowing risk factors: genetic predisposition,
exposure to environmental carcinogenic fac-
tors, prior therapy for first malignant neoplasia
(chemotherapy, radiotherapy), immunocom-
promised status. Most likely, the etiology of a
second primary malignant tumor is multifacto-

rial (table 1). Other determinants include
improved diagnostic tests, complicated, com-
plex treatment, a presence of screening pro-
grams (for breast cancer, colorectal cancer,
prostate cancer, etc.).

CASE STUDIES IN DIFFERENT
COUNTRIES

The scientific literature has many retros-
pective studies evaluating the incidence of
multiple primary neoplasias. Due to the
advanced diagnostic methods, it ranges from
0.4% to 21% in different countries.

In a 10-year study (1944-1953) in Mayo
Clinic, USA, involving 37,580 patients, 1,909
cases of histologically verified multiple prima-
ry malignancies were reported, or 5.1%. This
percentage increased after 309 autopsy
cases demonstrating the presence of more
than one tumor left asymptomatic during the
lifetime [9]. A Swedish study of 808 522
oncologists over 30 years confirms 11% of
cases with second primary malignancy
(Table 2).

SUMMARY

By statistical data, 5-year oncology survi-
val rate increased to 60%. According to the
World Cancer Registry for 2012, there are
14.1 million cancer patients, of which 8.2 mil-
lion have died. The prognosis for 2030 sho-
wed 21.7 million cases of malignancies, of
which 13 million will end fatally. Data show
that the number of patients with multiple pri-
mary malignant neoplasias will increase. This
patient pool is of interest not only because of
the increasing incidence but also because of
the therapeutic challenges, especially when
combining a solid tumor with an on-hemato-
logic disease. In daily clinical practice, these
patients should be individually refined.

CASE STUDIES 1
N DIFFERENT COUNTRIES

The scientific literature has many retro-
spective studies evaluating the incidence of
multiple primary neoplasias. Due to the
advanced diagnostic methods, it ranges from
0.4% to 21% in different countries.

(Bulgarian medicine vol. 7 N° 1/2017




Table 1. Epidemiological factors of multiple primary tumors

Host factors Genetics

Hormonal factors

Prior cancer diagnosis

and treatment
exposures

Lifestyle Alcohol

factors
Tobacco

Environmental Geography

influences

Pathogens

Occupation

Source: Vogt at al., 2017

For example, ancestry, Li-Fraumeni, and BRCA

mutations

For example, hormonal therapy and endometrial

cancer

The incidence of a second malignancy is higher in
a person with a previous cancer diagnosis
compared with a person of the same age group

without a prior cancer

These are risk factors for several cancer types and
are therefore more likely to develop more than
one of these predisposed cancer types compared

with people without these lifestyle factors

For example, cancer risk in areas of increased

radon exposure
For example, infections (human papillomavirus,
Epstein-Barr virus)

For example, profession-associated cancer types

like mesothelioma in workers with asbestos

In a 10-year study (1944-1953) in Mayo
Clinic, USA, involving 37,580 patients, 1,909
cases of histologically verified multiple primary
malignancies were reported, or 5.1%. This
percentage increased after 309 autopsy cases

demonstrating the presence of more than one
tumor left asymptomatic during the lifetime
[9]. A Swedish study of 808 522 oncologists
over 30 years confirms 11% of cases with sec-
ond primary malignancy (Table 2).

Bulgarian medicine vol. 7 N° 1/201 7)




Table 2. Incidence of multiple primaries over all cancer sites
in the literature

Number of Geographic Frequency of Mean Definition used for Reference
patients region multiple follow-up  multiple  primaries
evaluated primaries (years) (SEER/TACR/IARC)
19 252 Italy 2.4% 2.5 IACR 5
1 015 564 USA 15.8% NA SEER 6
men
951 022 14.4% TACR
women
17.2% SEER
Number of Geographic Frequency of Mean Definition used for Reference
patients region multiple follow-up  multiple  primaries
evaluated primaries (years) (SEER/IACR/IARC)
14.55 TIACR
334 168 Victoria, 4.3% 5 IACR 8
Australia
7.7% 10
12.4% 20
2919023 22 6.3% NA TIACR 7
European
countries
57393 West of 5% S TIACR 4
Scotland
938 Netherlands 7% NA NA 17
1873 USA 7.2% 5 SEER 11
11.4% 10
13.3% 15
14.8% 20

Source: Vogt at al, 2017




In a retrospective study in China for the
period 01.2010-12.2013 involving 15,398
cancer patients, reported 0.99% of cases of
multiple primary malignant neoplasias [8].
They report that patients with primary head-
neck and urinary tract malignancies were
most at-risk of developing a second tumor,
50% of them were having no prior radiation
or chemotherapy (Table 3).

Most studies show that male gender is
more affected [8]. Patients with multiple
tumors are older than those with only
tumors - between 50 and 70 years of age.
Most commonly, the combinations reported
in men are the prostate-colorectal carcino-
ma, prostate-lung, prostate-chronic lym-
phocytic leukemia. In women: breast cancer
with contralateral breast cancer or breast

cancer in conjunction with hematological
malignancy (Table 4).

SUMMARY

By statistical data, 5-year oncology survival
rate increased to 60%. According to the World
Cancer Registry for 2012, there are 14.1 million
cancer patients, of which 8.2 million have died.
The prognosis for 2030 showed 21.7 million
cases of malignancies, of which 13 million will end
fatally. Data show that the number of patients
with multiple primary malignant neoplasias will
increase. This patient pool is of interest not only
because of the increasing incidence but also
because of the therapeutic challenges, especially
when combining a solid tumor with an on-hema-
tologic disease. In daily clinical practice, these
patients should be individually refined.

Table 3. Second tumor appearance depending on location

Malignant tumor N MPMTs(N)  Ratio (%)
Lung cancer 3389 12 0.35
Breast cancer 3028 37 1.22
Leukemia/lymphoma tumors 2960 4 0.14
Gynecological tumors 757 15 1.98
Digestive system tumors 4014 50 1.25
Urinary tumors 334 14 4.19
Head and neck cancer 354 20 5.65
Nervous system tumors 158 0 0.00
Multiple myeloma 404 0 0.00
Total 15398 152 0.99
Source: Liu Z.,at all 2015
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Table 4. Common risk factors for multiple primaries in women with breast cancer

(adapted from Wood et al. 2012)

SECOND CANCER  RISK FACTORS

Second breast cancer Genetic (BRCAL,
BRCA2)

Ovarian Genetic (BRCAL,
BRCA2)

Uterine/endometrial

Colorectal cancer

SECOND CANCER RISK FACTORS

Renal cell carcinoma
Pancreatic

Thyroid

Gallbladder

Source:Vogt at al, 2017

Endocrine/hormonal factors  Obesity
Endocrine/hormonal factors
Endocrine/hormonal factors  Obesity
Endocrine/hormonal factors ~ Obesity
Obesity
Obesity
Obesity
Obesity
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EcdbekTn Ha TpUnNTaHn BTOPO NOKoOJIeHue —
¢ppoBaTpunTaH U afIMOTPUNTaH BbpPXY
JIOKOMOTOpPHaTa aKTUBHOCT

npu eKcnepuMeHTaseH Moaest Ha MUrpeHa

CapayeBa K.’, l'eToBa /.”

Kareapa no ®apMakosiornsi u JiekapCcTBeHa TOKCUKOJIOMS,
GapmaueBTnyeH akyntet, MeanumHckmn YHnBepcutet [110BAMB

’Jlabopatopusi 1o eKcriepuMeHTasIHa HEBPOICUXOpapMaKosIorus,
TexHos10rmM4eH UeHTBLP Mo crieluHa meanuymHa, lnosams, buarapus

Effects of second generation triptans -
frovatriptan and almotriptan on locomotor
activity in an experimental model of migraine.
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Medical University Plovdiv, Plovdiv, Bulgaria

’Laboratory of experimental neuropshychopharmacology,
Technological center of emergency medicine, Plovdiv, Bulgaria

PE3IOME:

ABSTRACT

Llenta Ha HacToOALETO Npoy4YBaHe e aa ce
yCTaHoBAT edekTuTe Ha ¢poBaTpunTaH u
anMOTpUNTaH BbpXy JSIOKOMOTOpHATa aKTWUB-
HOCT Ha MBXKW M XKEHCKM NIbXOBE C Moaen
Ha murpeHa. Matepwanu n Meroam: bsaxa
N3MoN3BaHN 6emM MbXKKN U XXEHCKWN MIbXOBE
nopoaa Wistar (12 rpynu: 6 — MbXku 1 6 -
XeHCKK, N=8) TpeTupanu ¢ : KoHTpona (¢pwus.
pa3TBop) CcybkyTaHHO; HutpornuuepuH 10
Mr/Kr  uHTpaneputoHeanHo (HTI); HTT +
®posaTtpunTaH 2,5 Mr/kr cybkyTtaHHo; HTT +
®posaTtpunTtaH 5 Mr/kr cybkytaHHo; HTI +
AnmotpunTtaH 3 Mr/kr cybkytaHHo; HTI +
AnMoTpunTaH 6 Mr/kr cybkyTaHHo. B anapata

The aim of this experiment was to evalu-
ate effects of frovatriptan and almotriptan on
locomotion in male and female rats with
experimental model of migraine. Materials
and methods: Male and female Wistar rats
were used (12 groups: 6 — male, 6- female,
n= 8) treated with: Control (saline) s.c;
Nitroglycerin (NTG) 10 mg/kg i.p; NTG +
Frovatriptan 2,5 mg/kg s.c; NTG +
Frovatriptan 5 mg/kg s.c; NTG + Almotriptan
3 mg/kg s.c; NTG + Almotriptan 6 mg/kg s.c.
In Activity Cage apparatus was registered
horizontal and vertical activity of each rat for
5 minutes. The statistic evaluation was done
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LActivity Cage” ce peructpmpaxa 6pos xopu-
30HTaNHN U BEPTUKASTHM ABUXEHUS HA BCSKO
XWBOTHO €4HOKPATHO 3a 5 MUHYTW.
Cratuctnyeckata obpaboTtka Ha AaHHUTe be
HanpaeeHa 4pe3 nporpamata SPSS (17.0).
3a Bcsika rpyna 6e M3uncieHo cpegHaTa M
CTOVMHOCT (mean) ¥ CTaHAapTHaTa W rpelika
(SEM). Pe3ynTtaTu: XXeHCcKuTe nibXoBe Tpe-
TUpaHu ¢ ppoBaTpunTaH 1 B ABETE A03M, CTa-
TUCTUYECKM 3HAUMMO 3aBULLMXA XOPU30OHTaN-
HaTa aKTMBHOCT CMpAMO rpynaTta TpeTupaHa
CaMo C MojJen, AOKaTo HUCKaTa fo3a (pposa-
TPUNTaH 3aBULLIM CaMO BepTUKasiHaTa aKTuB-
HOCT. XKeHCcKkuTe nibXxoBe TPeTUpaHu C anMmo-
TpuUnNTaH WU B ABETe [03M He MNpPOMeHuxa
LSI0CTHaTa JIOKOMOTOpUKA. MbXKUTE rpynu
nbXoBe TpeTupaHn ¢ dposaTpuntaH 2,5
MI/Kr AOCTOBEPHO 3aBULLMXa XOPU3OHTasIHa-
Ta M BepTUKanHa aKTUBHOCT CpsiMO MoAen-
HaTa rpyna C HUTpornuuepuH. pynata c
anMoTpuNTaH 6 MIr/Kr 3HaYMMO 3aHMXN XOpW-
30HTa/IHaTa aKTMBHOCT, @ BepTUKanHaTa He
6e npomeHeHa. 3aknrouyeHue: Hawwute
pe3ynTaTi HX NO3BONSABAT Aa NPEeAnonoXuM,
ye noBMLUIEHATa EeKCr/iopaTopHa aKTUBHOCT
Npy MbXKUTE NIbXoBe C (poBaTpuUMTaH ce
Ob/KN Ha MNpecuHanTMYHa perynaums vpes
5-HT1A, 5-HT1B peuentopuTe nokanusupa-
HW BbPXY MOTOHEBPOHUTE.

KnrouoBu aymu: nokomoTtopuka, pposa-
TpUNTaH, anMOTPUNTaH, NTbXOBE, MoAesN Ha
MUrpeHa

by SPSS (17.0) by calculating mean and SEM
for each group. Results: Female rats treated
with frovatriptan in both doses, significantly
increased the horizontal activity compared to
the group treated only with NTG. The low
dosage of frovatriptan increased only the ver-
tical activity. Female groups of rats treated
with almotriptan in both doses did not show
significant changes in total motor activity.
Male rats injected with low dosage frovatrip-
tan increased significantly horizontal activity
compared to the group treated only with NTG.
Frovatriptan in both doses, applied in male
rats significantly increased the vertical activity
compared to the model group. Male rats
treated with the high dosage almotriptan sig-
nificantly decreased the horizontal activity,
while vertical activity was not changed.
Conclusion: Our results permitted to suggest
that the increased exploring activity in both
rat sexes, treated with frovatriptan is due to
some presynaptic regulation that comes
directly from both 5-HT1A, 5-HT1B receptors,
localized on motoneurons.

Key words: locomotion, frovatriptan,
almotriptan, rats, migraine model

INTRODUCTION

Serotonin (5-HT) is very important monoa-
mine neurotransmitter and plays a significant
role in modulating locomotor activity.
Moreover, different subtypes of 5-HT recep-
tors modulate motor functions in rodents,
inClUding 5'HT1A, 5_HTlBI 5'HT1D [5]

The key mechanism of frovatriptan and
almotriptan action in migraine is their agonist
activity on 5-HT;p/1p receptors and moderate
affinity to 5-HT, receptors [3,6].

Different neuronal pathways participate in
the regulation of locomotor activity - glutama-
tergic, noradrenergic, dopaminergic and sero-
toninergic. Most of the receptor subtypes
(including 5-HT15/p/p) are expressed in moto-
neurons. [9].

The aim of this experiment was to evalua-

te some effects of frovatriptan and almotri-
ptan on locomotion in male and female rats
with experimental model of migraine.

MATERIALS AND METHODS

Animals

We used male and female Wistar rats with
initial body weight 200-220g. The rats were
housed in standard laboratory conditions (23-
25°C, 50-55% humidity and 12/2h light/dark
cycle) and fed with standard commercial food
and given water ad libitum.

Experimental migraine model was induced
via intraperitoneal (i.p.) injections with nitrog-
lycerin 10 mg/kg (NTG). 1* h after NTG admi-
nistration, rats were treated subcutaneously
(s.c.) with triptans. The rats were divided into
twelve groups (6 male and 6 female groups,
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n=8) as it follows: Control group - treated
with saline 0.1 ml/100g s.c. Second group,
treated only with NTG 10 mg/kg i.p. Third
group, treated with NTG 10 mg/kg i.p and
Frovatriptan 2.5 mg/kg s.c. Fourth group,
treated with NTG 10 mg/kg i.p and
Frovatriptan 5 mg/kg s.c. Fifth group, treated
with NTG 10 mg/kg i.p and Almotriptan 3
mg/kg s.c. and sixth group, treated with NTG
10 mg/kg i.p and Almotriptan 6 mg/kg s.c.
All experiments were carried out according
to the guidelines of laboratory animals in EU-
guidelines/EEC Directive of 1986.

Substances

Sodium chloride solution 0.9% (saline) was
purchased from B.Braun Medical EOOD (Sofia,
Bulgaria). Both triptans were purchased as pure
substances Frovatriptan succinate monohydrate
and Almotriptan malate from Sigma-Aldrich
(USA), and NTG was purchased as Nitronal
solution. (G. Pohl-Boskamp GmbH & Co).

meters were expressed as mean + S.E.M for
each group. A value of P<0.05 was considered
representative of a significant difference.

RESULTS

Female rats with migraine model, i.e. the
groups treated only with NTG, did not show
any significant change in locomotion. The gro-
ups treated with NTG and frovatriptan in both
dosages increased significantly the horizontal
activity (P<0.05), compared to the model
group, while the vertical activity was increa-
sed significantly (P<0.05) from the group
treated with frovatriptan in low dose. In fema-
le groups, rats treated with almotriptan in
both doses did not induce changes in total
locomotion (Figures 1, 2).

On the other hand male rats treated with
experimental model of migraine with NTG 10

Fig. 1
1200 " 1g
O Control
T
1000 -
ENTG 10mg/kg
» 800 4244
= 4444 . )
£ ::::: ONTG + Frova 2.5 mg/kg
g 33333
= 25 0P ONTG + Frova Smg/kg
2 a0 33388
88484 BNTG + Almo 3mg/kg
= 3333
Ei;;i ENTG + Almo 6mg/kg
0

Horizontal activity

Figure 1. Effects of frovatriptan and almotriptan on horizontal activity in female

rats with migraine model;

* p<0.05 compared to the model group, treated only with NTG

Locomotor activity test

The original automatic activity cage (Ugo
Basile, Italy) with UV detector for horizontal
and vertical movements was used. The rats
were tested 40 min after the administration
(s.c.) of triptans. Each rat had single test for 5
min. The horizontal and vertical movements
were measured in relative units.

STATISTICAL EVALUATION

Data management was performed in SPSS
17.0 statistical software. All observed para-

mg/kg did not change the locomotion. Only the
group treated with model and frovatriptan 2.5
mg/kg, increased significantly (P<0.05) the hori-
zontal activity compared to model group.
Frovatriptan 5 mg/kg did not show any significant
results. Male rats treated with frovatriptan in both
doses increased significantly (P<0.05) the num-
ber of vertical movements, compared to the
group injected only with NTG. The group treated
with almotriptan 6 mg/kg decreased significantly
(P<0.05) the horizontal activity, while vertical
movements were not changed (Figure 3, 4).
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Figure 3. Effects of frovatriptan and almotriptan on horizontal activity in male rats

with migraine model;

*p<0.05 compared to the model group, treated only with NTG

DISCUSSION

The abundance of 5HT1B/1D receptors in
some subcortical brain regions - caudate
putamen, n. accumbens, hypothalamus and
also in the frontal cortex in mice, rats and gui-
nea pigs, suggests their participation in modu-
lating locomotor activity [10].

Other authors describe the possibility
5'HT1A, S_HTIBI 5'HT2A, 5'HT2C and 5'HT3
receptors to regulate dopaminergic activation,
GABA neurons and serotonin projections to
striatum, which in their turn, perform presy-
naptic serotonin regulation on dopamine
release [1].

Our experiments showed that female rats
treated with the NTG migraine model and fro-
vatriptan increased the total locomotion.
Frovatriptan possesses high agonist activity to
5-HT1B receptors (pKi = 8.6). The specific
location of these receptors on GABA neurons
in the ventral tegmentum and their influence
from frovatriptan indirectly leads to increased
dopaminergic transmission in these areas,
respectively, and dopamine levels [11].

The above mentioned suggests that frova-
triptan’s high affinity to 5-HT;g receptor could
influence locomotor activity in male and fema-
le rats. In an experimental study Borycz et al.
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(2008) explored 5HT;p/1p receptor agonist
SKF99101H activity and detected hyperloco-
motive activity in guinea pigs, which is anot-
her proof of the participation of 5-HT;g recep-
tors in the motor activity at all [4].
Frovatriptan is a full agonist with moderate
affinity to 5-HT receptors (pKi/IC50 =6.7)
[2]. A large number of immunohystochemical
studies prove the location of this receptor in
thalamus, hypothalamus and hippocampus.
All these structures are also proven to be
involved in motor activity in rodents which
gives us the reason to suggest that 5-HT,
receptors do not play a minor role in the exp-
loratory activity in male and female rats [8].

Decreased horizontal activity in male rats
treated with almotriptan 6 mg/kg probably
could be due to almotriptan’s agonist activity
to 5-HTy5 receptors (pKi/ICsg =7.4), for
which scientific data describes a possible sup-
pressive role on locomotion in male rats, trea-
ted with NTG migraine model [7].

CONCLUSION

Frovatriptan showed better results in the
sopen field” test in both rat sexes, while the
suppressed motor activity in the rats treated
with almotriptan is a consequence of its ago-
nist activity to 5-HTy, receptors.
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PE3IOME:

ABSTRACT

BbBeaeHue: Lien Ha npoyyBaHeTo e Aa ce
CPaBHSAT pa3nnyHK nokasaTtenu (Terno, BMI,
KpbBHa 3axap, KPbBHO HansraHe u nysc) B
HSIKOJIKO Bb3pacToBuM rpynu ot M1oBavB U Aa
Ce OLEHN Bb3MOXHWUS PUCK OT pa3BUTME Ha
avabetr Tun 2. Meroa: B m3cneaBaHeTo ca
BKtOUeHn gobposonum ¢ BMI Hag 25, pasge-
neHu Ha 5 Bb3pactosu rpynu: a) 20-29r; 6)
30-39r; B) 40-49r; r) 50-59r; n) 60-69r
(n=5-9). B3emMaHeTO Ha KpbBHM Npobu e
eanHcTBeHaTa cnabo bonesHeHa npoueaypa.
MbpBUTE 2 Meceua NauMEHTUTE Ca Ha HUCKO
KanopuyHa aueta 1200 kanopuvn [HEBHO.

Introduction: The aim was to compare
the different values in age groups in NIRDIA-
BO project from Plovdiv region and to evalu-
ate the possible risk to develop pre-diabetes.
Method: The volunteers with BMI over 25
were included (male and female), divided in 5
age groups: a) 20-29 years; b) 30-39 years;
c) 40-49 years; d) 50-59 years; e) 60-69
years (n=5-9). The only mild harmful proce-
dure on the patients was taking blood sam-
ples. First 2 months the patients had low
caloric diet 1200 per day. The diet included
low fat, moderate protein and low carbohy-
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[neTtata BK/IKOYBA HWUCKO CbAbpXaHuWe Ha
Ma3HWHW W Ha Bbrexuapaty, yMepeHo Ha
6enTbuMn, Kakto M MNpuveM Ha nNpobuoTUK.
Pesyntatn: Hai-BMCOKO TenecHo Terno ce
peructpupa B rpynata 40-49r. B cbuwara
rpyna ca v Han-BMCOKMTE HMBA Ha rMKO3a B
KpbBTa CyTpVH Ha rnagHo. Cnen HaTtoBapsa-
He C [/oKo3a Cbliata rpyna nokasa Hau-
BMCOKM CTOMHOCTW Haj Te3n Ha rnagHo. He
YCTaHOBMXME FO/IEMM NMPOMEHN B CUCTOTHOTO
N ONACTOSTHO KPbBHO HansraHe unu B nyJsco-
BaTa 4ecToTa Mpy BCUYKU FPYNnU MaUMEHTU.
3akitoueHme: Hacrosweto uscneasaHe e
MaJTbK NMPUHOC KbM MOAABbPXKAHETO Ha NOAXO0-
AL CTUN Ha XMBOT NPWU Xopa C HAAHOPMEHO
TErno 1 puUCK OT pa3BUTME Ha nNpea-amabet m
anabetr tMn 2 3a 6barapckata nonynaums,
nopagu M3non3BaHEeTO Ha HUCKO KanopuyHa
AveTa, cbyeTaHa C MNpuveM Ha npobuoTuK u
yMepeHa pmanyecka aKTUBHOCT.

KnouyoBn pAyMM: HUCKO KasopuyHa
aveta, nNpobuoTuk, npeanasBaHe OT pas3Bu-
TMe Ha amabet Tvn 2.

drate food and probiotics. Results: The body
weight of the patients showed the higher
value had the group 40-49 years. The higher
mean values of blood glucose early morning
are seen in a group of 40-49 years. After load-
ing with glucose only the same group showed
higher level. We do not register very big
changes in systolic and diastolic blood pres-
sures as well as in heart rate, in all groups of
patients. Conclusion: The present study had
important impact in management of pre-dia-
betic people and prevention from developing
diabetes type 2 in Bulgarian population due to
the usage of probiotics with appropriate low
caloric diet and increasing the everyday phys-
ical activity.

Key words: low caloric diet, probiotic, pre-
vention of type 2 diabetes.

INTRODUCTION

Diabetes mellitus type 2, also known as
non-insulin dependent diabetes, is among the
most rapidly spread diseases in the world.
This tendency is mainly due to rise of overwe-
ight and obesity in population. Usually people
at first develop the so-called pre-diabetes,
which can be prevented [6].

There are several risk factors that predis-
pose the development pre-diabetes. They are
considered the same risk factors as the factors
related to diabetes type 2.

Weight is one of them and it is measured
mainly by body mass index (BMI). When BMI
is higher than 25, the patients are at high risk
for developing pre-diabetes. Especially if the
patient carry a lot of extra weight in his/her
abdomen, he/she may develop pre-diabetes.
The excess of fat cells can cause the body to
become more insulin resistant [1].

The next risk factor is the lack of physical
activity. This often goes hand-by-hand with
being overweight. If a person isn’t physically
active, he/she is more likely to develop pre-
diabetes. The family history should be taken in
mind, because there are also some hereditary
factors. If a patient’s close family member has

(or had) it, he/she is more likely to develop
the disease [7].

Age is also an important risk factor, becau-
se old-aged people are at high risk to develop
pre-diabetes. It was found, that at the age of
45 this risk starts rising, and after the age of
65, the same risk increases exponentially [5].

Other issues like high blood pressure
(hypertension) and high cholesterol level,
(especially the so called “bad” LDL choleste-
rol) could increase very easily the risk of
acquiring diabetes type 2 [4].

The aim of our study was to compare some
values examined in different age groups of
volunteers that took part in the project “NIR-
DIABO”. We have evaluated the possible risk
for each group to develop pre-diabetes. The
volunteers were from the Plovdiv region and
they participated in the first year of the pro-
ject.

METHODS

The project aimed to examine the quality of
life and the effects of some non-pharmacolo-
gical interventions on volunteers with obesity
and high BMI. Both male and female volunte-
ers with BMI over 25 were included in this
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study, and were divided in the following gro-
ups: a) 20-29 years of age; b) 30-39 years of
age; c) 40-49 years of age; d) 50-59 years of
age; e) 60-69 years of age. The number of
patients in each age group was relatively
small (n=5-9).

All volunteers have signed a form of con-
sent that they took part in the study. The
Ethical Committee of Medical University
approved the study. The written consent inclu-
des an information who of the included pati-
ents have a risk of developing pre-diabetes or
diabetes type 2. If a patient followed correctly
all the written instructions and kept the neces-
sary diet he/she would have low chance to
develop diabetes type 2. The results would
help the patient to prevent the development
of some cardio-vascular diseases. There
weren’t any harmful procedures on the pati-
ents excluding the weak discomfort when
blood samples were taken. It was possible for
a patient to become hungry, or to suffer from
a weak headache, or to feel cold, but such
reactions usually are weak and diminish easily
in the first weeks.

We have formed the following including
factors and criteria:

1. A written and signed consent for taking part
in the study;

2. BMI over 25.

3. To perform a 2 hours of glucose-loading
test for study glucose tolerance.

4. Motivation to take part in the study and fol-
lowing the necessary protocol for it.

Excluding factors and criteria:

1. Patients with diabetes type 2 diagnose.

2. Chronic diseases requiring medications that

could influence the levels of blood glucose.

. Taking part in active sport and games.

. Specific food regimen - as vegans, etc.

. Psychiatric diseases like anorexia or drug

dependence.

6. Regular intake of alcohol over 21 Units for
men and 15 Units for women per week.
The non-pharmacological interventions of

the study are the following:

1. Two stages of diet performing;

2. Moderate physical activity;

3. Psychological influence.

The first 2 months of the study all the pati-
ents had to run a low caloric diet of 1200 kcal
per day. This diet included 5 times of food

u bW

intake during the day, but one of the nourish-
ments had to be replaced with a product con-
taining probiotics. The other nourishments
had low fat, low carbohydrate, moderate pro-
tein containing food. The objective was for 2
months the patients to lose up to 5 % of
weight compared to the basal one.

We used ,TANITA C 300 BC-420 MA body
composition analyzer” apparatus (USA) to
make the following measurements: age, sex,
body weight, BMI. The blood pressure and
pulse frequency were measured on patients’
forearms by Tensoval apparatus (Hartmann,
Germany). To measure waist, hips, tights, we
used a simple soft tailor ruler.

Statistics: all observed values were calcula-
ted and the mean for each group was estima-
ted. Because of the small number of patients
in each age group the statistical significance
was not determined.

RESULTS

The results included in this study showed
that the age group 40-49 years had a higher
value of body weight. This group is very resis-
tant to reduce body weight, despite the pre-
sence of the diet. Even the fact that patients
had been following the instructions of the
study and maintaining the new low-caloric
diet, they did not decrease weight. There is
not enough data to make a complete compa-
rison of the values for statistically significant
differences, but the tendency is quite clear
(Fig. 1.).

The same tendency, we could see in the
Fig. 2 which illustrates the differences in BMI
for all groups of patients. Again, the middle-
aged group (40-49 years old patients) did not
decrease BMI.

Patients from different age groups showed
different mean values of blood glucose early in
the morning on empty stomach (Fig. 3). The
highest values are observed in the 40-49
years old patients group. After loading with
glucose only the above mentioned group sho-
wed higher levels of blood glucose compared
to the levels before loading.

We did not register big changes in systolic
and diastolic blood pressures in all groups of
patients (Tabl. 1). Only for the systolic pre-
ssure we found a slight tendency to decrease
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Figure 1. Changes in the body weight
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Figure 3. Changes in

levels before and after loading

the blood glucose
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during the second visit, probably due to the
slight increase in the every day physical acti-
vity, which was reported by the patients and
the low caloric diet, especially in the age group
40-49 years. The heart rate was also not sig-
nificantly changed in all groups.

DISCUSSION

Our results permit the suggestion that the
main risk group is the group of 40-49 years of
age. They showed higher body weight, BMI
and level of blood glucose before and after the
glucose loading test. The other groups sho-
wed weak decrease in their body weight and
BMI after 2 months of low caloric diet, having
in mind, that patients from these groups were
keeping a moderate physical activity. This is in
accordance with some clinical studies showing
that lifestyle modification and low caloric diet
are among the favorable factors contributing
to the successful life without complications of
diabetes type 2 for overweight people [1]. The
decreased weight was not so high, but for a
long term period if the patients maintain this
weight or even decrease it, that would be a

big success of the NIRDIABO study.

Lifestyle modifications, including both heal-
thy eating choices and increased physical acti-
vity, are essential for weight management and
diabetes prevention [2, 8]. Garber [2] found,
that the designed his Program for diabetes
prevention and the modulation of some para-
meters individually for each patient have
shown repeated success and long-term main-
tenance. He made the conclusion that obesity
is rather a metabolic disorder than a personal
weakness. It may work with patients to add-
ress this condition and improve long-term
health outcomes. In our study during pati-
ent’s visits we talk with them on this matter.

There is strong, consistent evidence that
the relationship between blood glucose levels
and cardiovascular risk extends the diabetic
range and obesity [7]. The same authors
assumed that obesity and diabetes also
increase the risk of heart failure, independent
of coronary heart disease and hypertension
and may cause cardiomyopathy (a frequent)
and often fatal complications. In our study
only middle age group (40-49 years of age)
showed the tendency for none tolerance to
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glucose loading. This group on our opinion is
at higher risk for developing pre-diabetes and
later on diabetes type 2, if the patients do not
change their life style and do not keep the low
caloric diet and more daily physical activity.
Some authors [9] found, that the obese
people presented higher blood pressure and
heart rate values at rest, compared to the eut-
rophic ones. They assume that probably such
results may be explained by a reduction in
parasympathetic activity and relative pred-
ominance of sympathetic activity. Wang et al.,
[10] suggest that annual blood pressure mea-
surements are associated with increased sur-
vival and the strategy is to improve measure-
ment frequency in obese patients which sho-

uld be implemented. Our results support such
view. We do not found very bug changes when
we compare the blood pressure and heart rate
during first and second visit, but even slight
decrease in systolic values are important.

CONCLUSION

The present study has important impact in
management of pre-diabetic people and pre-
vention from developing diabetes type 2 in
Bulgarian population. The use of probiotics
with appropriate low caloric diet and increa-
sing the everyday physical activity are the
milestone key for prophylaxis of diabetes type
2 in our country.

Table 1. The values of systolic and diastolic blood pressure as well as heart rate,
measured during the first and the second visits. Mean values for each group.

Patients Systolic pressure Diastolic pressure Heart rate
groups First Second First Second First Second
visit visit visit visit visit visit
20-29 years 112 89,5 74 73 85 79,5
30-39 years 128 117,68 86,5 85,4 84.84 82,8
40-49 years 124,43 120,77 86,45 85,86 78 77,71
50-59 years 122,78 116,3 80,8 80,56 72,4 73,67
60-69 years 115 114 76 74,33 86 74
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PE3IOME:

ABSTRACT

LlenTa Ha cbBpeMeHHaTa NPOTMBOpPaKOBa
Tepanuss e Aa Cce MNpUI0oXKM reHeTu4Ha
nHdopMaums 3a Tymopa, KosiTO Aa PbKOBO-
AN peleHusTa 3a NepcoHanM3anpaHo neye-
Hue. To3n noaxoa ce oTHacs A0 KOMMeKc-
HO Nle4YeHMe Ha pakK, HO B MOMEHTa HaW-
ronsMaTta M Han-peanuctuyHa ynotpeba e B
XuMnoTepanuaTta, ocobeHoO ueneHaco4veHa
Tepanusa. MIHTerpmpaHeTo Ha 6buonornyHara
nHdopmaums 3a nogobpsiBaHe Ha paanaum-
OHHaTa CTpaTerms U CbOTBETHO Ha Tepanes-
TUYHMS OTrOBOP MOXe Aa Ce Onpeaenu KaTto
nepcoHanusMpaHa nbyeBa Tepanusa. 3a
Tasn uen ca HeobxoaMMW HaZexAHW npo-
FHO3HW 6MoONOrM4YHM Mapkepu, 3a pa ce
XapaKkTepusnpa vHaMBuayanHata epekTmBs-
Ha paAMauMoOHHa peakuMs U Bb3MOXHOCTTA
3a pagmanHa TOKCMYHOCT. 3ajavaTta € Tpya-
Ha M Cb3haBa MHOrO BbMPOCK, CBbP3aHU C
n3bopa Ha TMnNa pagumoTtepanus, dpakumo-
HMpaWmM CXeMu, KOMOMHMPAHM MOAANTHOCTM
n ap. NoTeHuManHUTE Mapkepu 3a npea-

The goal of modern anticancer thera-
py is to apply genetic information about
a tumor to guide decisions on personali-
zed therapy. This approach concerns
complex cancer treatment, but currently
the largest and most realistic use is in
chemotherapy, especially targeted the-
rapy. Integrating biological information
to improve the radiation strategy and
the therapeutic response, respectively,
can be defined as personalized radiation
therapy. For this purpose reliable predic-
tive biological markers are required to
characterize the individual effective
radiation response and the possibility of
radial toxicity. The task is difficult and
creates many issues related to the choi-
ce of type of radiotherapy, fractionation
schemes, combined modalities, etc.
Potential predictive markers should be
discussed as a hypoxia markers, mar-
kers of DNA repair, markers of different
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Cka3sBaHe TpsibBa aa 6baat ob6CbAEHM
KaTo MapKepu Ha XMMNOKCUS, MapKepu 3a
nonpaska Ha HK, Mmapkepu Ha pas3inyHu
oTAENEHMS Ha TYMOpPHa MuUKpocpeaa,
MapKepu 3a aHruoreHesa u npoTMBOpa-
KOB MMYHUTET.

KnwouyoBun payMu: nbyeBa Tepanus,
nepcoHanusnpaHa nbyeTepanus, npea-
CKasBalyM Mapkepwu

compartments of the tumor microenvi-
ronment, angiogenesis markers and anti-
cancer immunity.

Key words: radiation therapy, perso-
nalized radiotherapy, predictive markers

INTRODUCTION

The goal of modern anticancer therapy is to
apply genetic information about a tumor to
guide decisions on therapy. This personalized
therapy approach is a considerable deviation
from traditional combined-modality therapy,
where surgery, chemotherapy, and radiation
therapy (RT) are integrated in regimens tailo-
red to the site of origin and stage of the
tumor [1].

Clonal evolution and the ,survival of the
nastiest” remain the chief obstacles to curing
cancer. But what if we could find a way to use
the principles of evolution to beat evolving
cancers cells at their own game? Is it possible
to use Darwin;s notebook to outsmart resis-
tance and cancer survival? May be - targeting
the evolutionary trunk... truncal tumor neoan-
tigens could allow scientists to target and
destroy tumors without harming healthy tis-
sues. The heterogeneity will nearly lead to the
failure of therapies that target specific types of
cell.

RADIOTHERAPY (RT)

Approximately 60% of all patients with
cancer perceive RT at some point during their
treatment course. The interaction of radiation
and chemotherapy was prominently described
in the 1970s by George Steed, who postulated
four mechanisms by which combined modality
treatment could improve clinical outcomes
[2]. Patients show an individual response to
the standard RT (fraction of 2 Gy daily for 6-7
weeks). The main guidelines for optimizing
the therapeutic efficacy of radiation therapy
are aimed at improving the physical and tech-
nical parameters - dose and optimization of
the treatment plan.

Chemoradiation is the standart therapy
for the majority of inoperable, locally advan-
ced cancers. While there is a need to improve
chemoradiation efficacy, normal tissue toxicity
limits our ability to give additional chemothe-
rapy or higher doses RT. Thus, there is excite-
ment about the addition of molecularly targe-
ted agents, which tend to be less toxic than
chemotherapy, to chemoradiotion regimens.
Unfortunately, initial empiric attempts have
not been successful. We focus on the evidence
that supports rational combinations of targe-
ted agents with chemoradiation, with an
emphasis on agents that target the DNA
damage response and radiation-induced
membrane signaling.
® Sensiting to chemoradiation by directly tar-

geting the DNA damage response - PI3K /

AKT, MEK, TGF-beta
® Sensiting to chemoradiation by alternative

strategies
® Sensiting to chemoradiation by targeting

radiation-induced membrane signaling -

EGFR, VEGFR

Eliminating chemotherapy by a dual-targe-
ted approach with radiation [3].

Studies of stereotactic ablative body RT, in
particular, suggest improved clinical outcome
compared with those previously seen with
combination of conventional radiation and
chemotherapy. Although ablative treatments
may continue to gain traction in early-stage
and oligometastatic disease, in which targets
are generally smaller and often better defined,
it is unlikely that further advances in physical
targeting and fractionation alone will result in
marked improvements in survival among pati-
ents with locally advanced disease [4].

Relatively fewer efforts of researchers are
focused on including individual patients's
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characteristics in determining the treatment
strategy. There are various radiobiological fac-
tors that contribute alone or in combination
for the tumor response to radiotherapy. These
include a number of stem cells and their irra-
diation, repopulating capacity and reoxygena-
tion in the course of radiation therapy, recove-
ry of radiation tissue damage and tumor
hypoxia. These indicators were researched in
experimental and clinical studies as individual
irradiation factors [5].

PERSONALIZED RADIOTHERAPY

Integrating biological information to impro-
ve the radiotherapy strategy and therapeutic
response can be defined as a personalized RT.
To do this, reliable predictive biological mar-
kers are needed which can be used to deter-
mine optimal dose, choice of fractionation
schemes, or combined modalities. Biomarkers
can also be classified according to modality of
assessment , and this has implication for how
particular biomarker might be developed. The
most common types of biomarkers according
to this classification are [6]:

1. Genetic (gene mutation, gene copy num-
ber, translocations) - EGFR, HER2, BCR-abl
2. Genomic ( gene expression profiles) -

Mamma Print

3. Protein (serum protein assays)

4. Proteomic (analysis of serum or tumor)

5. Pathological (immunohistochemistry, histo-
patology)

6. Imaging (PET, Blood Oxygen Level Depend

- fMRI)

7. Other (Circulating Tumor Cells)

The recent progress in this area focusing on
the key stages in the biomarker development
process: discovery, validation, qualification
and implementation [6]. Validation of biomar-
ker involves a systematic evatuation to assure
that the technique used to assay the biomar-
ker is reliable to perform its task. The process
is guided by the established principles of bio-
analytical method validation [7].

The currently used pretreatment parame-
ters for evaluating and selecting the appropri-
ate treatment plan currently include: histolo-
gicy, stage of differentiation, performance sta-

tus and stage, but tumor associated biological
parameters are not discussed. Typically,
tumors are characterized by heterogeneity,
which may become more pronounced during
the course of complex treatment. The availa-
bility of reliable predictive early response the-
rapies would improve and individualize RT of
the patient. Typically, tumors are characteri-
zed by heterogeneity, which may become
more pronounced during the course of com-
plex treatment. The availability of reliable
predictive early response therapies would
improve and individualize the patient's RT. The
possibilities of individualizing RT schemes sho-
uld be based not only on morphological crite-
ria but also on biological information related to
the tumor. Important indicators at baseline
and during radiation therapy may be hypoxic
status, angiogenesis, metabolic and prolifera-
tive activity, activity of DNA repair systems in
the course of applied radiotherapy. In contrast
to the relatively wide use of a personalized
therapeutic approach in medical oncology, RT
status is more conservative.

1. Individualization of Radiotherapy
based on hypoxia markers
Experimental and clinical data demonstrate
the role of tumor hypoxia for malignant pro-
gression and RT resistance [5,8]. The mecha-
nisms that can explain this association are lis-
ted above:
® Oxygen effect - three times higher radiation
resistance of cells in conditions of hypoxia
due to cells with normal oxygenize.
® Selection of resistant clones during carcino-
genesis through hypoxic-induced acute and
chronic changes in gene expression.
Identifying hypoxic tumors allows the deve-
lopment of strategies to potentially overcome
the hypoxic condition [5]. For example: increa-
sed oxygen import before / during irradiation,
use of oxygen carriers as radiosensitizers,
direct cytotoxicity by using reductant compo-
unds. Results from clinical trials have shown
that some of these strategies have the poten-
tial to improve the therapeutic response.
However, while the prognostic value of the
various hypoxicity markers is confirmed by a
number of experimental and clinical trials, their
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feasibility as predictive markers for the indivi-
dualization of therapy in hypoxic tumors has
been studied in a small number of studies

Serum protein osteopontin is associated
with tumor hypoxia with potential mechanism
of negative correlation wich von Hippel-Lindau
(VHL) gene expression [5,8]. VHL regulates
oxygen-dependent uptake and proteolysis of
the hypoxia-inducible transcription factor
(HIF-1a). It activated transcription of genes,
responsible for the adaptive response to hypo-
xia. Hypoxia-induced osteopontin secretion in
vitro and osteopontin plasma levels correlate
with oxygen partial pressure in the tumor in
patients with leukemia and neck cancer. High
levels of osteopontin as a marker for hypoxia
are associated with therapeutic failure after
radiotherapy.

2. Individualization of Radiotherapy
based on markers of DNA repair

RT induces a series of DNA damage more
of which can be recovered from the affected
cell, but the unresolved damage causes cell
death and mutations. Proteins involved in the
repair of DNA damage are considered as a
potential biomarkers for therapeutic response
at RT [8]. One of the most studied markers is
the histone protein yH2AX, which accumulates
in the focus of double-stranded DNA damage
and may affect other DNA proteins [9]. In
patients with hypoxic tumors, a lower residual
YH2AX expression was observed [9,10]. The
use of DNA repair markers is useful in identi-
fying potentially resistant tumors with effecti-
ve DNA repair mechanisms. In these cases,
combining radiation with an inhibitor of DNA
repair mechanisms is an attractive approach
to overcoming radiation resistance. As a sui-
table biomarker, the poly (ADP-ribose)-poly-
merase-1 (PARP) enzyme that protects the
cell from apoptosis is considered. PARP inhibi-
tors block DNA repair and select the tumor
response to radiation in a number of pre-exis-
ting in vivo tumor models. PARP inhibition has
been found to result in increased accumulati-
on of yH2AX focuses in lung tumors. These
data justify accepting that PARP may serve as
a biomarker candidate for the selection of
patients eligible for combined radiation / tar-
get therapy [8,9].

3. Individualization of Radiotherapy
based on markers of different compar-
tments of the Tumor MicroEnvironment
(TME)

Tumor MicroEnvironment (TME) emerged
as one of the key factors in therapy resistan-
ce. Tumor stroma - a complexity dictated by
the hypoxic TME. RT as known to influence
and modify diverse components of the TME
[11]. The impact of low and high single dose,
as well as fractionated RT on host cells (endot-
helial cells, fibroblasts, immune and inflam-
matory cells) and the extracellular matrix.
Optimizing the schedule of RT (i.e. dose per
fraction) and other treatment modalities is a
current challenge. RT has a nonspecific effect,
triggering both tumor and host cells.

The effect on endothelial cells depends on
the dose per fraction. At a clinical single dose
of 2 Gy, endothelial cell survival as favored
through miRHA upregulation. Low doses RT
(<1 GY) can be used as a anti-inflammatory
treatment. High dose (above 10 Gy) are more
likely to induce endothelial cell apoptosis and
tumor vessel collapse [12]. This could explain
the clinical efficacy of stereotactic body radia-
tion therapy and stereotactic radiation surge-
ry. With intermediate doses (5-10Gy) tumor
vessel normalization and dilatation are obser-
ved and associated with reduced vascular lea-
kage and increased tumor oxygenation
[13,14].

RT can initiate inflammatory cascades by
two main pathway: the nuclear and cytoplas-
mic pathway. NK cell mobilization following
neoadjuvant RT appears crucial. Normal fib-
roblasts are well known to resist to high radia-
tion dose (up to 50 Gy). Cancer-associated
fibroblasts actively contribute to cancer agg-
ressiveness by modulating different processes
- angiogenesis, inflammation and extracellu-
lar matrix remodeling [11,14].

4. Radiotherapy and Cancer Immuno-
genic Effects

The balance between proimmunogenic and
immunosuppressive effects of radiotherapy
and tumor rejection is very difficult [15]..
Radiation promotes the priming and effector
phases of the antitumor immune response.
Key molecular signals that promote priming of
antitumor T cells by dendritic cells loaded with
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tumor antigens include exposure of
CalReTiculin (CRT) and High-Mobility Group
Protein B1 (HMGB1). These signals are relea-
sed by the tumor cells undergoing a radiation-
induced immunogenic cell death and, together
with InterLeukin 1b (IL-1b) lead to activation
of tumor-specific T cells. Key molecular signals
that promote the effector phase include the
upregulation of chemokines CXCL9, 10, and
16, which attract activated T- cells to the
tumor. Tumor infiltration by T cells produce
InterFeroN y (IFN-y) and Tumor Necrosis
Factor-alfa (TNF-a). The process is facilitated
by upregulation of Vascular Cellular Adhesion
Molecule 1 (VCAM-1) on tumor endothelium
[16]. Radiation-induced upregulation of Major
Histocompatibility Complex Class 1 (MHC-1)
and InterCellular Adhesion Molecule-1 (ICAM-
1) on surviving tumor cells improves their
recognition and killing by T cells. On the other
hand, radiation activates immunosuppressive
Transforming Growth Factor-beta (TGF-b) and
promotes accumulation of regulatory T-cells
and protumorogenic M2 macrophages. Data
suggest that positive effects of radiation other
predominate over negative ones but are insuf-
ficient to shift the balance of the immunosup-
pressive tumor microenvironment to achieve
tumor rejection in the absence of targeted
immunotherapy [15,17].

5. Individualization of Radiotherapy
based on Angiogenesis markers

Tumor blood vessels are recognized as
major actors in tumor development at least
through an active and passive exchange of
nutrients, waste and gaz [13,16]. The effects
of ionizing radiations on angiogenesis are
more complex than might be expected. There
are now at least three distinct ways in which
radiation can affect vessel growth:
® The protons of electromagnetic radiations

stimulate vessel growth at least in part, by

causing the increased expression of angio-

genesis factors.

® Low Linear Energy Transfer (LET) charged
particles like protons inhibit angiogenesis
by an unknown mechanism although dec-
reased expression of angiogenesis factors
and reduced motile tip activity is implica-
ted.

® High LET heavy ions like Fe ions also inhibit
angiogenesis by an unknown mechanism
that affects the later stages of tubuloge-
nesis.

This complexity of response opens up pos-
sibilities of greater control over angiogenesis
and the resulting pathologies during coinci-
dent exposure or therapy. For exposure in
space, knowledge of these mechanisms will
enable more precise risk assessment and liti-
gation strategies. For radiotherapy, treatment
could be manipulated to utilize the radiation
effectively. In addition, effectiveness can be
increased further when used in the right com-
bination of anti-angiogenesis drugs. Further
research in this field should contribute to a
great improvement in these strategies.

CONCLUSION

The hypoxia markers, markers of DNA
repair, the different compartments of TME and
the angiogenesis markers are closely related
and contribute not only to tumor progression,
but also to its treatment response. RT delivery
to the primary tumor, ionizing radiation also
target non tumor cells the influence tumor
growth and metastatic dissemination. The
TME-mediated and the other models of radio-
resistance is now the object of researchers
[14,16]. However the impact of PERSONALI-
ZED RT is often neglected. Here we pointed
out the impact of this element of multimodal
oncology treatment.
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BbTpecrtaBHM anJimkauum c TpomMbouunt
6orarta ns1a3ma 3a ieyeHume
Ha KOJISHHA OCTeoapTpo3a

Xensskosa M., Togopos I1., lornnosa B., KapanvioBa P., batasos A.

MeaguumHckn YHnsepcutet — [1noBans, MeanumHckn @akyniTer,
Kareapa ,[lponeaeBtnka Ha BbTpeluHnTe 6onectn”,
YMBAJT ,Kacnena”, KnnHuka rno PeBMaTosiorus.

Zhelyazkova M., Todorov P.,

Intra-articular platelet
rich plasma injections
for Knee Osteoarthritis

Popova V., Karalilova R., Batalov A.

Medical University of Plovdiv, Faculty of Medicine,

Propedevtics of Internal Diseases,

UMHAT ,,Kaspela”, Department of Rheumatology

PE3IOME:

ABSTRACT

BbBegeHue: [lpeacraBa ce MeTo4 3a
NeYeHme Ha KOoJNsiHHa 0CTeoapTpo3a C npuna-
raHe Ha Tpombouut 6oraTa nnasma BbTpec-
TaBHO. CbAbpXXaHMETO Ha ronam 6por pac-
TEXHN (hakTopm 0bycnaes HenHaTa edeKTmB-
HocT. Llen: [a ce onpeaenHn eeKTMBHOCT-
Ta u 6e3onacHoctta oT uucta Tpombouut
Borata MMnasma (TBIM) npu nedyeHne 3a
KonsiHHa ocTteoaptpo3a (OA), cpaBHeHa C
ApYrM MeTOAM Ha Tepanus- XuanypoHOoBa
kncenmHa (XK) u koptukocteponam (KC).
Martepuwanu n meroam: He-paHaomusmpa-
HO, eOVHWYHO-3ac/IeneHo NpoyYBaHe, KOEeTO
BKNtoYBa 96 naumeHTa. Cny4daniHO pasnpea-
NEHN B TpU rpynu, NaumeHTuTe ca noaydmnm
Tpomboumt 6orata nnasma, XuanypoHoBa
KMUCennHa WM KOPTUKOCTEPOUAHM arniuka-
U1 B TPU NOpeaHN ceaAMMUM. 3a OLeHKa Ha
edeKTMBHOCTTa OT TepanusTa npeau nedye-
HMETO, Ha 1-BK, 6-T N 12-TK MeceL, e U3nos-
3BaH Western Ontario and McMaster
Universities Osteoarthritis Index (WOMAC).
OtbenszaHn ca HaACTbNUAUTE HEXenaHw
peakumn. PesynTtatu: V3xogHuTe XapakTte-
PUCTUKN Ha rpynute ca CbnoctaBuMMu. Ha

Introduction: Treatment method for knee
osteoarthritis is applications of plateler rich
plasma. It consists of huge number of grow-
ing factors, which determine its efficacy. Aim:
To determine the safety and efficacy of pure
Platelet Rich Plasma (PRP) for knee
osteoarthritis (OA) treatment, compared with
other treatment methods-hyaluronica acid
(HA) and corticosteroids (CS). Material and
Methods: A non- randomized, single-blinded
control study of 96 patients. The patients
were randomly selected in three groups and
received either platelet rich plasma, hyaluron-
ic acid, or corticosteroid for a series of 3 week-
ly injections. Western Ontario and McMaster
Universities Osteoarthritis Index (WOMAC)
was used for evaluation of the patients before
injections and at 1, 6 and 12 months after the
first application. Adverse events were also
recorded. Results: The baseline characteris-
tics of the groups are similar. At first month all
treatment methods provide efficacy with no
difference between groups but statistically
significant difference compared with baseline.
There is a clear difference in efficacy at month
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MbpBM MeceL, BCMYKM TepaneBTUYHWU Tpynu
ocurypsiBaT edeKkTUBHOCT 6e3 pa3snuka
nomMexay MM, HO CbC CTaTUCTUYECKM 3HaYMMa
pa3nunka cnpsamo 6a3oBOTO HWBO. M3paseHo
pasnuuve B TepaneBTUYHaTa edheKTUBHOCT
nMa Ha 6-Tn Meceu, kbaeTo MNPl n XK nokas-
BaT Nno —406pu pe3yntaT CnpsMo KOPTUKOC-
TepouauTe. Jinncea pasnuka mexay [PI w
XK B TO3M nepuoa. Ha 12 meceu un asete
rpynu BCe OLLE NOKa3BaT CUrHUUKAHTHO Mo-
[obpu pesynrtatu, cpaBHeHun ¢ KC, HO no-
NIOWKM CNpsMO Te3n OT4yeTeHM Ha 6 Mecel.
HabniogaBaHuTe CTpaHWYHM peakumn ca
6onka, noayBaHe, KOHTpaKTypa.
3aknroueHue: TbI ocurypsiea fobpo nos-
nusBaHe Ha 6onkaTta, HamansiBaHe Ha CKOBa-
HOCTTa 1 noaobpsiBaHe Ha PyHKUMATA B exe-
AHesumeTo. [peacrasnasa No-A4o6bp Tepanes-
TMYeH mn36op nNpu KONsiHHa OCTeoapTpo3a
CNpsIMO KOPTUKOCTEPOMAMN KaTO MMa CbMnocTa-
BMM edeKT C XManypoHoBaTa KNCENNHA OTYe-
TEeHO Ha 6 1 12 Mecey OT TepanusTa.

KnwouyoBn paymm: Tpombouut 6Gorata
nnasma (TBIT), KonsgHHa oCcTeoapTpo3a, MHTPa
apTUKYNapHO

6 where PRP and HA groups illustrate better
results compared with CS. There is no differ-
ence between PRP and HA at that point. At
month 12 both groups still show significant
results compared with CS, but worse than
month 6. Adverse events are swelling, pain,
temporary loss of function. Conclusion: PRP
provide good relieve of pain, reduce stiffness
and alleviate function. It is a better therapeu-
tic choice for knee osteoarthritis. Still better
one from intra-articular corticosteroids and
provide similar effect as hyaluronic acid best
seen at 6 and 12 month after treatment.

Key words: platelet rich plazma (PRP),
knee osteoarthritis, intra-articular

INTRODUCTION

Osteoarthritis is the fourth leading cause of
invalidation worldwide, and WHO 2012 classi-
fied it inside a group of 25 diseases leading to
life in disability. Osteoarthritis is common wor-
Idwide with small geographic differences. Of
a great interest are knee and hip osteoarthritis
because of the size and money needed to be
treat. The age standardized prevalence of
radiographic knee OA in adults age > 45 was
19.2% among the participants in the
Framingham Study and 27.8% in the
Johnston County Osteoarthritis Project (10).
In the third National Health and Nutrition
Examination Survey (NHANES III), approxi-
mately 37% of participants age >60 years or
older had radiographic knee OA (10). Recent
study using cadaver-derived skeletons among
individuals describes osteoarthritis of the
knee as a ‘mismatch disease’ and explain
approximate doubling of knee OA prevalence
that has occurred in the United States since
the mid-20th century (17). The disease is no
longer attributed to aging and obesity. Allels of
the genes, such as GDF 5, have been shown

to influence knee OA susceptibility. Also the
role of environmental factors have been risen.

Gonarthrosis is a condition that affects the
articular cartilage, synovial membrane and
subchondral bone. All of these structures are
responsible for biochemicle and biomechanical
balance of the joint (14). OA is a pathology
accompanied by an increased presence of
inflammatory cytokines and proteolytic mole-
cules in the tissue, which in turn lead to ext-
racellular matrix degeneration and functional
impairment. Chondrocytes and synovial cells
change their quiescent phenotype in response
to an abnormal microenvironment from trau-
ma-induced inflammation (6) The main proin-
flammatory cytokines involved in the pathop-
hysiology of OA are interleukin (IL)-1B, tumor
necrosis factor, and IL-6. These cytokines con-
tribute to OA pathogenesis through several
mechanisms contributing to the phenotype
shift of chondrocytes, through which activated
cells increase the expression of catabolic and
proinflammatory genes. In addition, these
cytokines intensify and maintain OA disease
by inducing the production of other proinflam-
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matory cytokines, such as IL-8, IL-15, IL-17,
IL-8, IL-21, and leukemia inhibitory factor
(8,11).

The aim of treatment is reducing pain, stiff-
ness and improve function (1). There are non-
pharmacological, pharmacological and surgi-
cal methods. Approved intra-articular treat-
ment methods are Corticosteroids (12), hya-
luronic acid (3). However, ACR 2012 do not
state HA's benefit (7). On the other hand,
Hondroitin sulphate and Glucosamine sulpha-
te have shown controversial results in rando-
mized control trails (16), so they are not
recommended by ACR. There are not known
any disease modifying drugs for treatment of
osteoarthritis.

The purpose of the study is to establish the

Table 1. Subject eligibility criteria

efficacy and safety of intra-articular applicati-
ons of platelet rich plasma for knee OA, com-
pared with other methods- intra-articular hya-
luronic acid and corticosteoids.

MATERIAL AND METHODS

This was designed as s prospective, single-
center, non-randomized, single-blind, 3-arm
group study. The study had a permission from
the Ethical Comission at Medical University
Plovdiv. Patient selection was based on strict
inclusion/exclusion criteria (Table 1) All pati-
ents had a screening visit (visit 1), three tre-
atment visits (visit 2, 3, 4, recpectively) and
follow up visits at 1 month (visit 5), 6 month
(visit 6) and end of study visit at 12 month

Inclusion criteria:

eSigned informed consent

(Kellgren-Lawrence grade 2 or 3)

acid)

e Fullfilling the criteria for knee osteoarthritis according to ACR 1986

¢ Radiographic evidence of OA of the tibiofemoral or patellofemoral compartment of the target knee

e Lab results within normal ranges ( erythrocyt sedimentation rate, full blood count, c-reactive protein, uric

Exclusion criteria:
¢ Kellgren-Lawrence 4 grade
e Patologyc number of platelets. Blood diseases

¢ Anticoagulants and antiaggregants

¢ Diagnosis of other inflammatory discase

Total knee replacement

¢ Valpus or varus deformities (>5 7)

before inclusion

e Hip osteoarthritis

e Cardiac failure grade 3.4
e Infections

 Diabetes

e Cristal arthropaties

¢ Non steroidal anti-inflammatory drugs 5 days before treatmenta and 7 days after each injection

¢ Previous traumas/fractures in the knee erea, luxations, arthriscopy one year before inclusion in the study.

¢ Previous injection of hyaluronic acid 12 months before inclusion and systemic/local corticosteroids 3 months
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(visit 7). At visit 1, 5, 6 and 7 patients were
evaluated by Western Ontario and McMaster
Universities Osteoarthritis Index (WOMAC). At
all visits patient were asked and examined for
any adverse events.

The study included a total of 96 patients.
Baseline characteristics of the patients shown
on Table 2.

Outcome measures

The primary efficacy outcome was the
change in pain, joint stiffness, and physical
function measured using WOMAC at baseline,
1 month, 6 month and 12 month. The
WOMAC consist of 24 total items devided
among 3 subscales: pain ( 0-20), stiffness ( 0-
8) and fisical function (0-68). Higher scores

Table 2. Demographics and groups of treatment

PRP (37 HA (27 CS (32 P value
patients) patients) patients)
Age (mean) 68.50 64.40 67.47 394
(£7.91) (£12.69) (x 8.51)
BMI 30.05 31.04 29.46 634
(+4.90) (£5.84) (£3.93)
Kellgren- 14 12 18 229
Lawrence (36%) (44%) (56%)
Grade 11 25 15 14
Grade 111 (64%) (56%) (44%)

The study group consists of 37 patients. To
prepare the PRP, at each visit 2, 3 and 4 res-
pectively, 20 cc of peripheral blood was ext-
racted from each patient by venepuncture into
extraction tube containing 3 ml Sodium Citrat
as anticoagulant. The extraction tube was
connected to SW-PRP kit, SAEWON, Korea.
The PRP kit was centrifuged at 3850 RPM for
7 minutes at room temperature in SW-400
machine, Korea. It was followed by second
centrifugation but for 8 minutes. Once the kit
was centrifuged, we proceeded to physically
separate the plasma fractions and receive
approximally 2-3 cc of poor leucocyte, pure
platelet rich plasma ready for aplication.

The first control group consists of 27 pati-
ents. They receive 3 IA injections of Sodium
hyaluronate, 20 mg/2 ml. The second control
group consists of 32 patients. They receive 1
IA injection of Diprophos 7 mg/1 ml. A visit 3,
and 4 they receive IA injection of saline-place-
bo.

All intra-articular injections were applied in
lateral suprapatellar recessus followed by 15
minutes rest.

are representative of greater pain and stiffnes
as well as worsened physical capability.
Patients answer the questions before any pro-
cedure and are not allowed to review the pre-
vious answers. The second outcome is safety
of the treatment method.

Statistical analysis was performed by the
use of SPSS v17.0. Nonparametric tests of U-
Mann- Whitney and Kruskal-Wallis (for conti-
nuous variables) were used.

RESULTS

1. Efficacy

No difference in baseline WOMAC parame-
tes existed between the three groups, p > .05
(WOMAC pain, p = .532; WOMAC stiffness, p
= .250; WOMAC function, p = .628; WOMAC
total, p = .626).

At month 1, there are no difference betwe-
en the three treatment groups according to
pain, stiffness, function, and total score
(WOMAC pain, p = .679; WOMAC stiffness, p
= .523; WOMAC function, p = .261; WOMAC
total, p = .396). At the end of the first month
there is continuating similarity in results bet-
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Figure 1. WOMAC scores at baseline
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ween the treatment groups.

At month 6, there is no difference between
the three treatment grups according to
WOMAC pain, p = .070; According to stiff-
ness, function and total score, there are sta-
tistically significant difference (p = .009; p <
.001; p < .001, respectively). WOMAC stiff-
ness: PRP shows statistically significant diffe-
rence from CS: p < .001 (PRP < CS); HA has
statistically significant difference from CS: p =
.011 (HA < CS). There is no statistically sig-
nificant difference between PRP and HA, p >
.05. WOMAC function: PRP shows statistically
significant difference from CS: p = .002 (PRP
< CS); HA have statistically significant diffe-
rence from CS: p = .006 (HA < CS). There is
no statistically significant difference between

PRP and HA, p > .05. WOMAC total: PRP
shows statistically significant difference
from CS: p < .001 (PRP < CS); HA have
statistically significant difference from CS:
p = .004 (HA < CS). There is no statisti-
cally significant difference between PRP
and HA, p > .05.

At month 12, there are statistically sig-
nificant differences between the three tre-
atment grups according to WOMAC pain,
stiffness, function and total (p = .001; p <
.001; p =.001; p < .001, respectively).
WOMAC pain: PRP and HA show statistically
significant difference from CS: p < .001
(PRP < CS) and p = .007 (HA < CS). There
is no statistically significant difference bet-
ween PRP and HA, p =.548. WOMAC stiff-

Figure 2. WOMAC scores at first month
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Figure 3. WOMAC scores at 6 month
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Figure 4. WOMAC scores at 12 month
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ness: PRP and HA show statistically signifi-
cant difference from CS: p < .001 (PRP <
CS) and p = .002 (HA < CS). There is no
statistically significant difference between
PRP and HA, p =.417. WOMAC function:
PRP and HA show statistically significant
difference from CS: p < .001 (PRP < CS)
and p = .003 (HA < CS). There is no sta-
tistically significant difference between PRP
and HA, p =.853. WOMAC total: PRP and
HA show statistically significant difference
from CS: p < .001. (PRP < CS) and p =
.002 (HA < CS). There is no statistically
significant difference between PRP and HA
p =.724.

2. Safety

There are statistically significant diffe-
rences between study and control groups
according to adverse events at the first
month, p = .003. 5% of people from the
PRP group reported pain after applicati-
ons longer than 12 hours, effusion was
reported by 14% of patients and tempo-
rary loss of function by 5%. Only 5% from
HA group said they had pain after injecti-
ons. At months 6 and 12 there are no
adverse events and significant difference
between the three groups, but 2 patients
from the HA control group underwent
arthroscopy compared with one patient
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from PRP group. One patient had total
knee replacement surgery from HA con-
trol group. All these people were excluded
from the statistical analysis.

DISCUSSION

The primary porpous of the study is to
evaluate the efficacy of treatment with
PRP compared to other treathment met-
hods, and the second aim was evaluating
the safty. The study confirmed the hypot-
hesis that PRP is better treatment than
CS and have similar results compared to
HA. This effect is seen at month 6 especi-
ally for stiffness and function, but at 12
month of the follow-up there are statisti-
cally significant differences at all parts of
WOMAC (pain, stiffess and function).

The study shows similar results with
prior studies comparing PRP with HA or
PRP with CS.

Data from Duymus et al 2017 (5)
shows similarities with our study. They
perform randomized control trial with a
total of 102 patients, which were treated
with either PRP 2 intra-articular injecti-
ons, HA single-dose of intra-articualr
injection, or ozone x four times. At the
end of the first month after injections,
significant improvements were seen in all
groups. The result was similar with our
outcome.

At 6 month, while the clinical efficacies
of PRP and HA were similar and continu-
ed, the clinical effect of ozone had disap-
peared (p < 0.001). Our results showed
similar changes according to WOMAC
compartments in PRP and HA group.

At the end of 12 month, PRP was deter-
mined to be both statistically and clinical-
ly superior to HA (p < 0.001) suggested
the study team. Our study shows no sig-
nificant differences between PRP an HA at
month 12 of the follow-up period, but
better significant results compared to
baseline. Similar results illustrated Lana
et al 2016 (9). They evaluated PRP treat-
ment compared to HA or a combination of
PRP and HA. They performed a randomi-
zed control trial with 105 patient, 36 trea-
ted with PRP three intra-articular injecti-

ons, 36 with HA also three intra-articular
injections. The rest of the patients were
treated with a combination. The results
showed greater improvement in WOMAC
function at 12 month (p=0.008) when
compared to HA group. Data from
Bottegoni et al 2016 (2), observed 60
patents treated with PRP three intra-arti-
cular injections or CS single application
showed worsening of the results at 6
month.

Similar results at 6 month are seen in
doble randomized clinical trial of
Montafiez-Heredia et al 2016 (13) compa-
ring 27 patients treated with PRP and 26
treated with sodium hyaluronate.

Cole et al 2015 (4) performed double-
blinde, randomise clinical trail with a total
ot 99 patients treated with PRP or HA
three times during weekle interval. They
discovered no statistically significant dif-
ference between the two groups at month
12 according to WOMAC score.

A meta- analysis was performed by
Riboh et al 2016 (15) including 6 rando-
mised controlled trials (evidence level 1)
and 3 prospective comparative studies
(evidence level 2) with a total of 1055
patients. Injection of leucocyte pour PRP
(LP-PRP) resulted in significantly better
WOMAC score than hyaluronic acid (mean
difference, -21.14;95% CI, -39.63 to -
2.65) or placebo (mean difference, -
17.84; 95% CI, -34.95 to -0.73) No such
difference was observed with leucocyte
rich PRP (mean difference, -14.28; 95%
Cl, -44.80 ti -16.25). The SUCRA analysis
showed that LP-PRP was the highest ran-
ked treatment for measure of clinical effi-
cacy (WOMACQC)

PRP injections resulted in a higher inci-
dence of adverse reactionsnthan hyaluro-
nic acid (odds ratio, 5.63; 95% CI, 1.38-
22.90), but there was no difference bet-
ween LR-PRP and LP-PRP (odds ratio,
0.78; 95% CI, 0.05-11.93). These reacti-
ons were nearly always local swelling and
pain, with a single study reporting medi-
cal side effects including syncope, dizzi-
ness, headache, gastritis, and tachycardia
(17/1055 total patients). The final analy-
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sis said that PRP results in improved fun-
ctional outcome scores compared with
hyaluronic acid and placebo when used
for treatment of knee osteoarthritis.

CONCLUSION

Treatment woth PRP showed a signifi-
cantly better results compared to corti-
costeroids and versy similar results com-
pared to hyaluronic acid. In addition, the
data illustrate significant better results
for PRP till 12 month of treatment with
good safety profile.
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CnucaHune bbnrapcka MeamumHa e nsgaHue
Ha bBbarapckata akagemumsi Ha Haykute u
nskycreata (BAHW), OtoeneHve Hayka,
HayyeH LeHTbp Mo MeauumnHa M 3apaBeonas-
BaHe. M3nm3a 4  KHUMXKM  rO4ULLIHO.
CnucaHMeTo € [AOCTbMHO €eNeKTPOHHO Ha
canta Ha BAHW, pasgen v3gaHums.

B cnucaHme ,,Buirapcka meguuuHa’” ce
oTneyaTBaT OPUrMHAMHM CTaTUKM, Ka3yUCTUYHMN
CbobLueHuns, 0630pn  peueH3um 1 Ccboblue-
HWS 3@ MpoBeAeHU UKW NPeaCTOosIWM Hay4yHU
popyMn — CUMMNO3NYMKN, KOHIPECU, NN ApYTn
B obnactTa Ha KIMHWYHaTa U dyHAaMeHTanHa
MeanumHa. CrniMcaHWETO U3/IM3a Ha aHIIMNCKK
€31K C NoApobHM pe3toMeTa Ha aHMMNCKK U
6bArapckn esvk. M3knyeHus ce npassT 3a
0630pHN CTaTUM NO OCOBEHO 3HAYMMWU TEMWU.
3arnaBneTo, aBTOPCKUTE KONTEKTUBU N HaAMU-
CUTE M O03HAYeHUsATa Ha ucTpauuuTe ce
oTneyaTsBaT M Ha ABaTa e3uKa.

Marepuanurte Tpsibea Aa ce NpeacTaBsiT B
OBa eAHaKBW ek3emnnspa, Ha wpudT Times
New Roman, pasmep 12, pascTosiHue mexay
peaoseTe 1.5 nnHun. O6eMbT Ha BCsKa cTaTus
e 8o 10 ctpanunum, 12 cTpaHmum 3a 0630pHUTE
CTaTm 1 3-4 CTpaHWUM 33 KasyUCTUYHUTE
cbobuweHns. bubnuorpaduata v wmncTpa-
UMUTe Ca BK/IOYEHM B TO3M 06eM. 3a uHdop-
Maums 3a Hay4HU nposisn 06embT e A0 4 cTpa-
HULUN, 3@ PELEH3UM Ha KHUIMM — A0 2 CTpaHu-
un. B To31 06eM He ce BKKOUBAT pe3toMeTaTa
Ha aHrMUCKN 1 6bArapckn esmk, YMnTo obem
Tpsibea aa 6vae no 200 gymum ¢ 3-5 knoyoBuK
Aymun. PestomeTata TpsibBa a oTpa3siBaTt KOH-
KpeTHaTa paboTHa Xxunote3a, W3Mnon3BaHuTe
MeToAM, MONyYeHUTe pe3ynTaTM U 3aknue-
Hue.

Crpyktypata Ha cratuute TpsbBa Aa
OTroBapsi Ha CnefHUTe W3UCKBaHWA: 3arna-
BME, UMeHaTa Ha aBTopuTe (cobCTBEHO MME U
damunus), Ha3BaHWE Ha Hay4yHaTa opraHu3a-
UM wam neyebHOTO 3aBEAEeHME, B KOETO
pabotat OpwuruvHanHuTe crtatum TpsibBa Aa
nMaT cnefgHaTta CTPyKTypa: BbBeAeHue, MeTo-
AV, pesyntaty, ob6CbXAaHe W 3aKa4yeHue
nnn mnssoan. Metoamkute TpsibBa aa 6vaar
noApobHO OMMCaHW, KakKTo U CTaTUCTUYECKMU
MEeToAM, U3N0N3BaHu B U3CneaBaHeTo. B Tecta

ce npuemar caMo oduUMaNHO NpUeTUTE CbK-
palleHus, octaHanuTe Tpsibea Aa 6baat obsic-
HeHW.3a MEepHUTE eaMHUUM Ce U3MNOS3Ba CUC-
Temata SI. WnoctpauuuTte ce npeacrasBaT
KaTo oTAeNHu hanioBe 1 ce NocoYBa MACTOTO
MM TEKCTa 3a y/NeCHeHuWe rnpu npeanevaTHaTa
NoAroToBKa.

Te3sn M3NCKBaHMA He BaXaT 3a gpyrure
HayyHn nybnukauum (0630pn, KasyucTmka
NN CbobLLEHNS U peLieH3nn).

KHUMronucobT ce npeacraBs Ha oOTAenHa
CTpaHuua noapeaeH no asbyyeH pea MbpBO
Ha aHrMACKN €3UK, NoCie MU3TOYHMUMTE Ha
6bnrapckn e3nk. bpoAaT Ha uMTUpaHuTe
N3TOYHMUM He TpsibBa aa HagBuwasa 20 3a
opvrmHanHuTe cratum, o 40 3a o063opHuUTE
ctatum 1 0o 10 ua KasyucTuyHUTE Criydau.
MNoapexaaHeTo Ha 6ubnuorpadusaTta ctaBa no
CNnefHus HaunH:

3a crnvcaHue: aBTopw, 3arnaBue Ha CTaTus-
Ta, CNMcaHue, roavmHa, ToM, CTpaHuum oT..Jo0.

3a KHWra: aBTopw, 3arnasue Ha rnaeara, B:
3arnaBve Ha KHurata, B CKObW pepaktopw,
n3aaTencrso, roavHa, CTpaHuum oT...40.

Aapec 3a kopecnoHAeHUua ce faBa B
Kpas Ha BCsAKa CTaTUs U CbAbpXKa AAHHUTE Ha
KOpecrnoHAupawuna aBTop, BKJIOYUTENHO
ajpeca Ha enekTpoHHaTa My nowa. Bcunukn
PBKOMUCK Ce U3MpawaTt C MpuaPYXUTENHO
NMMCMO MOAMWCAHO OT aBTOpUTE, B KOETO ce
otbensssa, yYe T He e buna npeanaraHa Ha
OpYro CnucaHue un He e oTneyaTBaHa Yy Hac
nnn B YyxxbuHa. Pbkonucute He ce BpbLUaT.

Mpoueanypa no peuexnsupaxHe: C orneq
CnaseBaHe Ha MexXAyHapoaHuTe CTaHdapTy,
pefakLuMOoHHaTa Konerns e npvena npoueay-
pa rno ,ABOMHO CNsNo" peueH3npaHe OT Hesa-
BMCMMU pedepeHTn. Ha aBTopuTe ce npenoc-
TaBsA Bb3MOXHOCTTa Aa Npeasioxar Ha BHUMa-
HMETO Ha peAakUMOHHUS eKuM TPU UMeHa Ha
cneumanucTn B TaxHaTa obnacT Kato noTeH-
LUMaNHU peLeH3eHTH.

NYBJINKALMNOHHA ETUKA:

3aav/DKeHus1 Ha peAakTopa: pefakTo-
pbT HOCM OTFOBOPHOCT 3a B3eMaHe Ha pelue-
HMETO KOsl OT u3npaTteHuTe ctatum aa 6bae
nybnunkysaHa. PegakTopbT ce cbobpassiBa CbC

(Bulgarian medicine vol. 7 N° 1/2017




3aKOHOBUTE OrpaHUYeHnsl, CBbpP3aHu C Bb3-
AbpXaHe OT AUCKpeauMTUpaHe, HapyluaBaHe
Ha aBTOPCKM MpaBa WAW NNArMaTcreo.
PenakTopbT OLEHsIBa MHTENeKTyanHaTta CTon-
HOCT Ha eauH Tpya 6e3 ornea Ha Bb3pacT,
non, pacosa NPUHAAIEXHOCT, CeKCyasiHa Opu-
eHTaumns, penurmosHun ybexaeHus wu ap.
popMM Ha AMCKPUMUMHAUMA. PenakTopbT He
pa3kpmBa WHMOPMaUMS TO OTHOLUEHWE Ha
pbKONUCa Ha ApYyrn vua OCBEH peLeH3eHTU-
Te, aBTOpPUTE 3a KOPECNOHAEHUNS, n3aaTens u
ApyruTe uneHoBe Ha pefdakumoHHaTa Korne-
rms.

3agv/mokeHnss Ha aBTopute: ABTOPUTE
cnefBa fa Npeanoxat OpurMHanHu npousse-
[AEHUS, B KOUTO He Ca M3MoN3BaHW TpyaoBe U
n3pasu Ha Apyru asTopu, 6e3 ga 6vaaT umMTun-
paHu. Mo NpuvHUMN aBTOpuTe He cneaBa Aa
nybnvkyBaT MHOMOKpaTHO MaTepuan, KOMWTO
noBTaps Mo CbLUECTBO A3AEHO U3CneaBaHe B
APYrU CNUCAHMS MW MbPBUYHKU Ny6ankaumu.
He ce npvema npeacTaBsSHETO Ha €AuH U Cbly
PBKONUC B MoBe4ye OT €4HO CrucaHue eaHo-
BpeMeHHO. TpyaoBeTe M MPUHOCHLT Ha Apyru
aBTOpPW, OTHOCUMM KbM NpeaMeTa Ha PbKomu-
ca, Tpsbsa fa 6baaT oTpaseHu nog gopmata
Ha uMTMpaHus. Bcuukm nvua, KouTo ca ganu
CBOS MPUHOC 3@ KOHUeNuusTa, nutepaTypHus
aHanu3, An3anHa, U3MbJHEHNETO WM UHTep-
npetaumsaTa Ha AaHHUTe, cnefaBa Aa 6baat
NMOCOYEHU KaTo CbaBTOPW. ABTOPBLT 3a KOpec-
NMOHAEHUMS HOCM OTFOBOPHOCT 3@ TOBA BCUYKM
CbaBTOpM Aa 6bAaT 3ano3HaTh 1 Aa ca u3pas-
nnu CBOETO oAobpeHMe 3a CbAbPXKAHMETO Ha
npegnaraHvsa 3a nybnvkyesaHe matepuarn.

3agv/HKkeHnss Ha  peleH3eHTHUTe:
PeueH3eHTUTE noanomaraT pefaktopa npu
B3€MaHe Ha pelleHne, KaTo Te MoraT Aa noja-
NMOMOrHaT aBTopa 3a NOBULLABAHE KayeCTBOTO
Ha cTatusaTa. Bcuku pbKonucuK, nonyyeHu 3a
peueH3npaHe cneaga [a ce cyMTaT 3a nosepu-
TeneH Matepuan U TAXHOTO CbAbpXKaHWE He
cnenga Aa ce paskpuBa npes HUKOro, OCBEH C
pa3spelleHneTo Ha peaakTopa. PeueHseHTUTe
cnefBa Aa ce npuabpXaT KbM 06eKTUBHUTE
CTaHAApPTU 3a oueHKa. JInYHM Hanagku cpeLdy

aBTopute ca Henpuemnmen. KpuTuyHute
3abenexkn cnegBa Aa 6bAaT noakpeneHn ¢
apryMeHTH.

KoHdnukr Ha MHTEepecu:
HenybnukyBaHn MaTepuanu He MoraT Aa
6baaTt M3non3saHu B COBCTBEHM U3CNeaBaHUS
Ha peaakTopa 6e3 M3pMYHOTO NMMCMEHO Cbrna-
cue Ha aBTopwuTe. ABTOpUTe creaBa Aa obsisat
BCUYKN (DUHAHCOBU WU APYrU CbLUECTBEHU
KOHQ/IMKTU Ha WHTEpecn, KOUTO MoraT Aa
OKaXaT B/IMSIHWE BbpPXY WUHTEpnpeTaumsTa Ha
TEXHUTE pe3ynTath. BCUYKM M3TOYHMUM Ha
(pMHaHCMpaHe Ha npoBedeHUTEe Mpoy4YBaHusA
cnensa aa 6baat obsseHu.

ETnyeckn cbobpa)rxeHus rno OTHOLIEHME
Ha camMuTe U3C/eaBaHus: BCUYKW TpPyadoOBE,
KOUTO OTpa3saBaT KAWMHUYHM NPOY4YBaAHUS
cneaBa da MMaT noAanuMcaHo MHMOpPMMpaHO
cbrnacme OT NauMeHTUTE M MONy4YeHo paspe-
lUeHMe 3a Wu3CneaBaHeTo OT CbOTBETHATa
ETMyHa koMumcuma B  CbOTBETCTBME C
Jdeknapaumsita OT Xen3MHCKUA KOMUTET.
EkcnepvMeHTanHUTEe NpoyyBaHus cneasa Aa
MMaT CblLUO pa3peleHne OT CbOTBETHAaTa
ETnyHa komucna n ot Bbnrapckata AreHums
no 6e30nacHOCT Ha XpaHUTE 1 nekapcTeaTa.

Cnep nonoxuTtenHa peueHsunss u ogobpe-
HWe Ha peaKkonernsita, aBTopuTe Ha cTaTusTa
ObKaT 3annawade B pa3mep 10 nB Ha cTpa-
HULA Ha CTaTusaTa CU, C ornes nokpuMBaHe Ha
Pa3HOCKMTE MO aHr/IMICKaTa e31MKoBa peaak-
LMSl Ha TEKCTa M KOPEKTYpW.

Bcuukn matepuanm 3a CNMCaHMETO
ce M3npaljaTt Ha NocoYeHust agpec
Ha peaakuusaTa:

Mpod. a-p Apo3sacton CTosiHOB, AM
(rnaBeH penakTop):
stojanovpisevski@gmail.com
Mpod. a-p JamsHka leToBa, AMH
(M3MbHUTENEH peaaKkTop):
dgetova77@gmail.com
[-p VBaH KnHpekos, M
(Hayu4eH cekpeTap):
ivankindekov@gmail.com
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The Bulgarian Medicine journal is the offici-
al edition of the Bulgarian Academy of Science
and Arts (BASA), Science division, Research
Center for medicine and health care. It is pub-
lished in 4 issues per year.

Bulgarian medicine is available online on
the website of the BASA, publication section.

Bulgarian Medicine journal accepts for pub-
lication reviews, original research articles and
case reports (short communications), opinion
on new medical books, letters to the editor
and announcements for scientific events (con-
gresses, symposia, workshops, etc.) in all
fields of fundamental and clinical medicine.

The journal is published in English with
abstracts in English and in Bulgarian. The
abstracts, its titles, the names of the authors
and their institutions should be respectively in
English and in Bulgarian.

The manuscript should be submitted in two
printed copies, on standard A4 sheets, use
font Times New Roman, size 12, line spacing
1.5 lines. The size of each paper should not
exceed 10 pages for ariginal articles, 12 pages
for reviews and 3-4 pages for case reports, up
to 4 pages on scientific events or chronicles.
The references and illustrations are included.

The abstracts are not included in the size
of the paper. They should be submitted on
separate page with 3 to 5 key words. They
should reflect the most essential topics of the
article, including objective, method, results
and conclusion. The abstract should not exce-
ed 200 words.

The basic structure of the manuscript
should meet the following requirements:

Title page: The title of the article, forena-
me, middle initials and family name of each
author, institutional affiliation (department,
faculty and university), address and e-mail of
the corresponding author.

Text of the article: The original research
article should have the following structure:
Introduction (states the aim and summarize
the rational for study); Material and Methods:
subjects, methods, procedures, statistics;
Results: the obtained results from the study
with illustrations - tables, figures, pictures,

etc.; Discussion: should be linked with the aim
of the study and appropriate conclusion.
These requirements are not valid for the other
type of manuscripts. Only officially recognized
abbreviations should be used, all others sho-
uld be explained in the text. Units should be
used according to the International System of
Units (S.I. units). Numbers to bibliographical
references should ne used according to their
enumeration in the reference list.

Illustrations: The figures, diagrams,
schemes or tables should be submitted in a
separate file with consecutive numbers, title of
the article and the name of the first author.
The explanatory text accompanying the figu-
res should be presented along with the res-
pective number of the figure in the main text
body with the space left for insersion of the
figure.

References: The references should be
presented on a separate page at the end of
the manuscript. It is recommended that the
number of references should not exceed 20
titles of the original articles, 40 for reviews
(70% should from the last 5 years. The refe-
rences should be listed in alphabetical order,
English first, followed by Bulgarian ones. The
number of reference should be followed by the
family name of the first author and then
his/hers initials, name of the second author,
etc. The full name of the cited article should be
written, followed by the name of the journal,
year, volume and pages. Chapter of the books
should be cited in the same way, the authors,
the full name of the chapter first, followed by
“In:”, full name of the book, Editors, publis-
hers, town, year, first and final page of the
chapter.

EXAMPLES:

Reference to a journal article:

McLachan S, MF Prunel, B. Rappoport. Cell
mediated humoral immunity. J. Clin.
Endorcinol, Metab., 2011, 78(4): 1071-82.

References to a book chapter:

Delange F, Endematic Cretenism. In: The
thyroid (Eds. L. Braveman and R. Utiger).
Lippincot Co, Philadelhia, 2001, 942-955.
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Manuscript submission: The original and
one copy of the complete manuscript are sub-
mitted together with a cover letter granting
the consent of all authors for the publication of
the article as well as a statement that it has
not been published previously elsewhere and
signed by the first author. The procedure sho-
uld be complemented via electronic submissi-
on. Manuscript accepted for publication will
not be returned to the authors.

Peer-review process: following the inter-
national standards in the field, the Editorial
board has adopted double-blind peer-review
policy assigned to independent referees. The
authors are encouraged to submit the names
of three potential; referees for editorial consi-
deration.

PUBLICATION ETHICS:

Editor’s obligations: the editor is respon-
sible for deciding which of articles submitted
to the journal should be published. The editor
may be guided by the policies of the journal’s
editorial board and constrained by such legal
requirements as shall then be in force regar-
ding libel, copyright infringement and plagia-
rism. The editor may confer with other editors
or reviewers in making this decision. An editor
at any time evaluate manuscript for their con-
tent without regards of race, gender, sexual
orientation, religious belief, ethic origin, citi-
zenship, or political philosophy of the authors.
The editor and any editorial staff must not
disclose any information about submitted
manuscript to anyone other than the corres-
ponding author, reviewers, potential revie-
wers, other editorial advisers and the publis-
her, as appropriate.

Author’s obligations: the authors should
ensure that they have written entirely original
works, and if the authors have used the work
or words of others than this has been appro-
priately cited or quoted. An author should not
in general publish manuscript describing
essentially the same research in more than
one journal or primary publication. Submitting
the same manuscript to more than one jour-
nal concurrently constitutes unethical publis-
hing behavior and is unacceptable. Proper
acknowledgement of the work of others must
always be given. Authors should cite publica-
tions that have been influential in determining

the nature of reported work. Authorship sho-
uld be limited to those who made a significant
contribution to the conception, design, execu-
tion, or interpretation of the reported study.
All those who have made significant contribu-
tions should be listed as co-authors. Where
they are others who have participated in cer-
tain substantive aspects of the research pro-
jects, they should be acknowledged or listed
as contributors.

Obligations of the reviewers: Peer revi-
ew assists the editor in making editorial deci-
sion and through the editorial communications
with the author may also assist the author in
improving the paper. Any manuscript received
for review must be treated as confidential
documents. They must not be shown to or
discussed with others except as authorized by
the editor. Reviews should ne conducted
objectively. Personal criticism of the author is
unappropriate. Referees should express their
views clearly with supporting arguments.

Disclosure and conflict of interest:
Unpublished material disclosed in a submitted
manuscript must not be used in an editor’s
own research without express written consent
of the author. All authors should disclose in
their manuscript any financial or other subs-
tantive conflict of interest mat might be con-
strued to influence the results or interpretati-
on of their manuscript. All sources of financial
support for the project should be disclosed.

Ethical regulations: reports on human
subjects should have written consent signed
by the patients and approved by National or
Regional Ethic Committee. For studies on ani-
mals the necessary permission by National
Agency for food and drug administration or
Regional Committee should be cited.

Processing charges: Following acceptan-
ce for publication the authors are charged 5
euroes per page for language editing and cor-
rections.

Addresses for sending of manuscripts
and other editorial correspodance:
Prof. Drozdstoy Stoyanov:
stoianovpisevski@gmail.com
Prof. Damianka Getova-Spassova:
dgetova77@gmail.com
Dr Ivan Kindekov:
ivankindekov@gmail.com
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