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Consensus statement

RECOMMENDATIONS FOR THE DIAGNOSTIC ALGORITHM IN LUNG CANCER
CONSENSUS STATEMENT OF THE MACEDONIAN RESPIRATORY SOCIETY AND THE

MACEDONIAN ASSOCIATION OF PATHOLOGY

MPEMNOPAKM 3A JUJATHOCTHYKA NOCTANKA KAJ BEJIOJJPOBEH KAPHUHOM
KOHCEH3YC HA MAKEJJOHCKOTO PECITHPATOPHO 3/IPYJKEHHE H HA 3/[PY;KEHHETO HA
IMATOJI03H HA MAKEJJOHHJA — HAJT PAJJEHO H3/JAHHE

Marija Zdraveska®, Dejan Todevski', Arben Rexhepi®, Aleksandra Tatabitovska®, Irfan Ismaili’,
Slavica Kostadinova-Kunovska?, Magdalena Bogdanovska-Todorovska?, Tome Stefanovski' and

Gordana Petrushevska?

'Macedonian Respiratory Society, 2Macedonian Association of Pathology

Abstract

Lung cancer is the “number one cancer killer” in the
world. Its prevalence is associated withsmoking as the
primary cause, although air pollution in general and
genetic factors are also important.

The mortality especially from advanced stage lung
cancer is still high, although there has been a signifi-
cant improvement in the past 10 years, mostly due to
the introduction of novel compounds such as targeted
and immunological treatment. The advances in the
treatment of NSCLC have imposed updating of the
guidelines for the diagnostic procedure and screening
of LC, for the indications for molecular testing as well
as for targeted selection of patients who shall benefit
the most fromthe novel treatment modalities.

These recommendations shall fulfil their purpose only
if implemented in the educational curriculum and if
incorporated in the healthcare system strategies.

Keywords: guidelines, non-small cell lung cancer,
molecular diagnosis, diagnostic algorithm

AOcTpakT

Kaprmaomot Ha Genu apoGoBu € ,,yOuer] 6poj emeH*
Bo cBerot! HeroBara mpeBaneHIja € acommpaHa co
MyIICHETO, KaKO MpUMapHa MPUYHHA, HO U 3araryBa-
IETO U TEHETCKUTE (DAKTOPH UTPAaT HE MOMAJIKY BaK-
Ha yIora.

MopranureTor, 0co0eHO Kaj OenoApOOHHOT KapIiv-
HoM (BK) Bo HanpemHar craguym, ceymTe € MHOTY BH-
cok. Cenak, nocneaaute 10 TomuHN ce 3a0enexyBa 3Ha-
YHTEITHO MON00pYBambe Ha CTaIIKaTa Ha CMPTHOCT, KOE
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HajMHOTY Ce JIOJDKH Ha BOBEIYBambETO Ha HOBUTE CYO-
CTaHIH, KaKo LITO Ce LeJHATa U UMYHOJIOLIKATa Tepa-
nuja. Hampenokor BO TpeTMaHOT Ha HECHTHOKJIETOY-
HUOT 0e10ApoOeH KaplMHOM HAaMETHA U OCOBPEMEHY-
Bab¢ HA BOMMYMTE 32 IHMjarHOCTHYKATa IPOLEAypa H
CKpMHHUHTOT Ha BK, HA HHIUKAIUKUTE 32 MOJICKYJIapHO
TECTUpamkE, KAaKO U 38 Npelnu3Ha celeKlyja Ha ma-
[IMEHTH KOM K€ MMaaT HajroJieMa KOPUCT O HOBHTE
MOJAIIUTETH 32 TPETMaH.

OBue mpenopaku Ke ja HCIOJNHAT cBOjaTa IeJl caMo
JOKOJIKY OMAaT MMILUIEMEHTUPaH! BO KYPHUKYJIYMOT 3a
elyKanyja Ha JOKTOPUTE, HO M aKO C€ MHKOPIOPHPAaT
BO HALIMOHATHUTE CTPATEIUH Ha 30PABCTBEHUOT CHCTEM.

Kuyunu 360poBu: [Ipenopaku, HECUTHOKIETOUEH
0enoIpoOEH KapIIMHOM, MOJICKYyJIapHa JINjarHo3a,
JMajTHOCTUYKH aJITOpUTaM 3a 0es1o1po0eH KapuHOM

Introduction

Lung cancer is the most frequent cause of mortality
associated with malignancies in the world [1,2]. The
prevalence of lung cancer (LC) evolves impressively and
is associated withprevalence of smoking inthe specific
population. From a rare, sporadic disease up to the
beginning of the XXth century, in the 1980-ies, lung
cancer became the type of cancer with the highest
incidence in the world. The overall incidence of LC in
Macedonia is 34.1/100 000 and in males it is as high as
55.7/100 000 (GLOBOCAN 2018)(3,4).A global problem
and one of the main reasons for the high mortality of
LC is the diagnosis of the disease in the advanced sta-
ges, when the effects of the treatment are limited.

Implementation of active screening for LC contributes
to detection of the disease in the early stages, when
treatment has a higher probability for success, follo-
wed by decreasing of mortality for 20-25% [5,6].The
current recommendations determine that screening with
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low-dose helical computerized tomography of the chest
should be done in all active heavy smokers (>30 pack/
year history of cigarette smoking [7], or smoking cessa-
tion <15 years if a former smoker), at age from 55 to
80 years. Other diagnostic methods, such as chest X-
ray, sputum cytology, etc. are not recommended for
LC screening.

The exact histological classification and molecular
analysis of LC determines the predicted survival, re-
sectability, type of recommended treatment and prog-
nosis of the disease, provides important information on
the epidemiologic prevalence of various types of LC
and their association to the risk factors, and is a mile-
stone for determination of prognosis and further treat-
ment of patients. The collaboration between clinicians
and pathologists as well as the standardized processing
of biopsy samples is of great importance inreaching
correct and precise diagnosis.

Numerous molecular investigations of LC samples ha-
ve detected various mutations, relevant because of the
possibility of their targeting with immunomodulatory
and targeted therapy, which significantly changes the
prognosis and survival of patients. The mutations detec-
ted in non-small cell LC (NSCLC) are of exceptional
importance, especially in adenocarcinoma, found in
about 40% of all LC.

In the squamous type of NSCLC, it is important to
detect the presence of the aberrant expression of PD-1
receptor (receptor for programmed death) and its ligands
PD-L1 and PD-L2[8].Specific place in the treatment of
patients with LC is dedicated to the targeted treatment
towards mutations of EGFR, PTEN, PI3K, DDR2, and
other genes with thyrosine kinase activity [9]. A large
number of driving mutations hasalready been determi-
ned in lung adenocarcinoma, for which the contempo-
rary pharmaceutical industry has developed correspon-
ding targeted agents. The most investigated are the
mutations of the gene for the Epidermal Growth Factor
(EGFR), such as mutations L858R, deletion of the exon
19 (Del-19) and T790M [10-16].

For the aforementioned molecular defects (deteriora-
tions), targeted therapy (compounds that inhibit the ac-
tivity of receptor or tyrosine kinases) is available and
shows very good treatment effects in clinical practise
(first generation tyrosine kinase inhibitors-TKI, erlotinib
and gefitinib, second generation afatinib, and osimerti-
nib and rociletinib as third generation TKI targeted to
the T790M mutation). In 4-5% of the confirmed ade-
nocarcinomas, rearrangement of the Anaplastic Lym-
phoma Kinase (ALK) gene is detected. The current
guidelines and available studies confirm the effects of
crizotinib (first generation ALK inhibitor), alectinib
and ceritinib (second generation), whereas the novel
formulations such as brigatinib and entrectinib are in
finalstage of investigation. ALK inhibitors are often
efficient in patients with ROS1 mutation, occurring in

1-2% of Caucasian patients [17,18]. The increasing
number of detected genetic alterations and driver mu-
tations found in lung cancer patients, and the possibili-
ties for targeted treatment, lead to introducing a new,
molecular classification of NSCLC [19].

The development and advances in molecular oncology,
oncogenesis and targetedtreatment for NSCLC have
introduced novel challenges in the treatment of LC,
but also higher expectations, especially with regards to
the prognosis and course of the disease. The plead of
very well defined genetic mutations (mutations of EGFR,
ALK, ROS1, KRAS, PD-1, PD-L1, etc.), the wider availa-
bility of the methods for molecular testing and the de-
velopment of new generations of targeted compounds
dictate the need of creation and optimization of diag-
nostic algorithms and recommendations determining
the exact place for their application in clinical practice
[20]. Acknowledging the information on the signify-
cant positive effects of targeted therapy on the survival
rates and the quality of life of LC patients, the College
of American Pathologists (CAP), the International Asso-
ciation for the Study of Lung Cancer (IASLC), and the
Association for Molecular Pathology (AMP)updated
their guidelines concerning the indications and proce-
dures for molecular testing of patients with lung cancer
[21,22]. These new data in the field of molecular diag-
nosis and targeted treatment for NSCLS imposed the
need for revising and updating the 2011 Guidelines of the
Macedonian Respiratory Society for Diagnosis of LC [23].

Recommendations for the diagnostic steps in lung
cancer- clinical aspects

1. Clinical presentation and imaging methods

The clinical manifestations of the disease are determined
by the localization and distribution of the tumor. The
most frequent symptoms and signs are: cough, wheezing,
stridor, dyspnea, atelectasis, pleural effusion, chest pain,
pain in the arm and shoulder, dysphonia, important
especially if persistingfor more than three months. The
incidence of hemoptysis, Horner’s Syndrome (ptosis,
myosis, enophtalmus) in smokers over 40 years of age
is highly associative for LC.

The patient should be urgently referred to a specialist
(pulmologist or internal medicine specialist) in case
ofpresentation with bloody sputum, dysphonia, superior
vena cava syndrome, and stridor or if chest X-ray shows
changes indicative for LC.

2. Performance status of the patient

Classification of patients according to the Karnofski
scale is recommended for estimation of the prognosis
of each individual patient, and estimation of the effect
of treatment. Lower Karnofski score is associated with
worse performance, prognosis and survival of the
patient [24,25].
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3. Non-invasive imaging methods

We recommend the following imaging methods for

defining the macro-morphologic features of LC:

1. Chest X-ray (two projections)

2. Computerized tomography (CT) of the chest shows
a high level of sensitivity for early diagnosis, scree-
ning, and is necessary for determining the further
evaluation and diagnostic steps.

3. Chest ultrasound (using a combination of high and
low frequency, linear, curved and phase-array probes)
-the method represents a useful tool for detection
and targeting peripheral and mediastinal tumor
masses, pleural effusion and pneumothorax.

4. Positron emission tomography with low dose CT
(PET-CT) is a complementary method for defining
the stage and further treatment in selected patients,
only if indicated bymultidisciplinary boardfor lung
cancer.

4. Determination of the clinical stage of NSCLC
and TNM classification

Determination of the clinical stage of NSCLC is crucial
for estimation of the recommended treatment and prog-
nosis of the disease. The classification is calculated by
combining the results obtained with high resolution
chest CT enhanced with contrast, magnetic resonance
of the central nervous system, PET-CT, endobronchial
ultrasound guided transbronchial needle aspiration
(EBUS/EUS-TBNA), and/or mediastinoscopy (onlyby
indication of the boardfor LC).

These guidelines recommend that the determination of
the stage of the disease and the decision about further
treatment ofeach patient should be reached by a
multidisciplinary boardfor lung cancer, composed of
at least an interventional pulmologist, radiologist,
pathologist, oncologist and thoracic surgeon.

Clinical staging should be done using the TNM classi-
fication (VIlIth edition), issued by the American Joint
Committee-AJCC [26], the Union for International Cancer
Control (UICC) [27]and the International Association
for the Study of Lung Cancer-1ASCL [25,28].

Methods for obtaining adequate sample for analysis

Optimally, efficient diagnostic approach means ob-
taining sufficient amount of vital tissue from the sus-
pected lesion, as well as recommendations for rational
tissue manipulation by the pathologist, with a final
goal to determine the diagnosis of the cancer quickly,
precisely and efficiently. The invasive procedures for
obtaining the sample can be performed by a pulmo-
logist or radiologist (trained for invasive diagnostics),
or a surgeon (when the changes are not accessible with
the available methods for invasive diagnosis, if con-
clusive result was not obtained with minimum invasi-
ve procedures, or when dealing with a small solitary
pulmonary nodule -TINOMO, when it is expected that

the surgical intervention shall provide diagnosis and
radical treatment in one act [29].
The education of the interventional pulmonary spe-
cialists should be unified and standardized on state
level, and should be performed in a referent University
Centre for education in the field of interventional pul-
mology. The centres-candidates for education in inter-
ventional pulmology must perform sufficient number
of specific interventions on regular basis (determined
by international recommendations for achieving and
maintenance of skills) and must have experts withthe
highest level of proficiency in the field. The competen-
cy of these professionals should be regularly estimated
according to the international and national educational
programs. Education ofyounger candidates should rep-
resent a continuous process in everyday practise, orga-
nized also through dedicated educational courses in the
country or abroad.

The diagnostic methods for obtaining an adequate tissue

sample, which should routinely be available,are:

e  Cytologic analysis of the sputum;

e Fiberbronchoscopy with bronchial biopsy and/or
transbronchial biopsy (TBB) and transbronchial needle
aspiration (TBNA), also familiar in Macedonia as
“perbronchial aspiration biopsy (PBAP)”, accor-
ding to the old nomenclature;

e Rigid bronchoscopy;

e Trans-thoracic “core“-biopsy (TTB), guided by

ultrasound, CT or fluoroscopy and/or fine needle

trans-thoracic aspiration;

Diagnostic pleural thoracocenthesis;

“Blind” pleural biopsy (by Rammel);

Medical thoracoscopy;

Surgical procedures (mediastinoscopy, video assisted

thoracoscopy-VATS, open lung biopsy).

Optimally, the number of small bioptic samples obtained

by endoscopy (bronchial biopsy, TBB) should be 4-6

(from vital tissue without necrosis). Besides obtaining

adequate biopsy samples, the intervention should

proceed with application of other available techniques,
such as fine needle aspiration biopsy, catheter biopsy,
brushing, bronchial aspiration, bronchoalveolar lavage.

If necessary (necrotic tumour, repeated bronchoscopy

because of inadequate previous sampling), 4-6 biop-

sies with cryo-probe should be obtainedin the centres
which have adequate equipment and trained personnel.

Trans-bronchial needle aspiration, guided by linear or

radial endobronchial ultrasound probe (EBUS or EUS)

is a complementary method which can be used for
diagnosis as well as staging. At least three passes

(punctions) of each targeted region are necessary. We

recommend targeting every lymph node with sagittal

diameter larger than 10mm, detected on CT (not older
than 1 month) or larger than 5mm, visualized with EBUS.

If PET-CT is provided, all PET- positive lymph nodes

should be sampled. EBUS needles, sized 18G and 19
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G are preferred. Samples obtained with 21G needles
might not be sufficient for molecular analysis.

The indication for the intervention must be unequivo-
cal and brought on the basis of previous complete
diagnostic workup of the patient. Whenever possible,
the type and timing of the intended procedures should
be planned before beginning of the intervention. The
purpose, type and possible complications of the inter-
vention should be clearly explained to the patient, and
signed informed consent must be provided before the
intervention. Within the process of obtaining informed
consent, the patient (and his family member/s) should
also be familiarized with the risk and consequences
from not performing the procedure and thealternative
possibilities for obtaining diagnosis. The type of anaest-
hesia/analgosedation should be discussed, recommend-
dations should be given for preparation before the
intervention and the patient should be informed about
theexpectationsof the procedure.

Prior to performing the procedure, it is essential to
estimate the safety of performing the planned interven-
tions and the probability of complications (bleeding,
pneumothorax, air embolism), taking into considera-
tion the general state of the patient, present comorbidi-
ties and the accessibility of support from other spe-
cialties (conditions for transport, anaesthesialogy/in-
tensive care unit, thoracic surgeon), according to the
International Guidelines for Interventional Pulmology
and Bronchology of the British Thoracic Society from
2013. It is minimum standard that before every inter-
ventional procedure is that the patient must have at
leasta chest CT (not older than 1 month), recent ECG,
gas analyses and basic laboratory (blood count, elec-
trolytes, glucose, degradation products) with estimated
time of bleeding. The patient should be observed for
one hour after bronchoscopy with bronchial biopsy,
TBNA, bronchoalveolar lavage and brushing, and at
least four hours after biopsies with higher risk for
complication (TBB, TTB, pleural biopsy).

The standard time necessary for realization of endo-
scopic procedures is from 45 to 60 minutes. In case of
need for repeating biopsy (negative or non-conclusive
histopathological finding) the repeated intervention
should be done by another bronchoscopist.

The report about the intervention should contain the
generaldata of the patient, the correct time when the
procedure was performed (start and end time), vital pa-
rameters before and after the intervention, type of anal-
go-sedation and local anaesthesia, data (serial number,
type, dimension) of the instrument used,intubation route,
detailed description of the macro-morphologic finding
and the samples taken, as well as the estimated blood
loss. When processing of the material, it should be
accompanied by a dedicated form with integrated re-
port from the intervention, together with relevant clini-
cal information on the patient [25].

Recommendations for pathologic diagnostics and
molecular testing for lung cancer

The histological diagnosis and molecular classification
of lung cancer are multistep processes:
- Tissue processing of the obtained specimen to
paraffin embedded tissue sections
- Histological/cytological and histochemical analysis
- Immunohistochemical (IHC)/immunocytochemical
(ICC) analysis
- Molecular characterisation of the tumor.
The recommendations for histological diagnosis and
molecular testing in lung cancer represent a complex
diagnostic algorithm, which sets a lot of challenges for
proper management of patients with lung cancer, due
to which every institution should establish a multidis-
ciplinary team that will coordinate the optimal app-
roach from sampling to adequate processing, in order to
enable fast diagnostics and molecular analyses. Obtaining
appropriate sample (biopsy or cytological) of tumor
tissue is a basic precondition in the diagnosis of LC.
The aim of the pathological evaluation of the lung
cancer varies depending on the type of the sample: 1)
biopsy or cytological sample for initial diagnosis in
cases of suspected lung cancer; 2) operative material,
or 3) material for molecular analysis in previously con-
firmed diagnosis of NSCLC.
In small biopsies or cytological material intended for
initial diagnosis, the main aim is: a) to establish the
correct diagnosis according to the Classification of the
WHO for lung cancer from 2015[30], and b) to save
enough tissue for molecular analyses, especially in
patients in advanced stage [31, 32].
In small biopsies and cytological material intended for
molecular analyses, in previously diagnosed cases or
when the disease has progressed after targeted therapy,
the main aim is: a) to confirm the initial histological
type of the tumor with the use of minimal number of
immunohistochemical stains in cases with small-cell
transformation or different histological appearance,
and b) to save enough material for molecular analyses.
The recommendations for histological diagnosis and
molecular classification of lung cancer include:
1. Recommended terminology and diagnostic proto-
cols for lung cancer in biopsy and cytological material
2. Recommendations for handling of cytological and
tissue samples.

1. Recommended terminology and diagnostic protocols
for lung cancer in biopsy and cytological material

WHO Classification from 2015 suggests new standar-
dized criteria for diagnosis and terminology of lung
cancer in small biopsies and cytological material [32]
and at the same time recommends special stainings
(IHC/ICC or histochemical / cytochemical) in order to
precisely establish the histological type of the tumor.
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Due to the connection between the therapy and the type
of the tumor, as well as the need for molecular testing
for eligibility to specific therapies, it is recommended
to reduce the use of the term “non-small cell carcino-
ma, not otherwise specified” as much as possible, and
to classify the tumors according to their specific histo-
logical subtype [31,33].

IHC can be used for differentiation between the prima-
ry lung adenocarcinoma and squamous carcinoma, meta-
static carcinoma and primary pleural mesothelioma
(especially in pleural samples). The need for molecular
classification of lung cancer requires minimal immu-
nohistochemical workup for determination of the his-
tological subtype in cases with poorly differentiated tu-
mors without clear differentiation by routine microscopy,
and preservation of as much tissue for molecular ana-
lyses as possible [33].

It is recommended to use one marker for adenocarci-
noma (TTF-1 or mucin) and one squamous marker (p40
or p63). The tumors that clearly stain positive for TTF-
1 are classified as NSCLC, favor adenocarcinoma, and
tumors positive for squamous markers are classified as
NSCLC, favor squamous cell carcinoma [33]. If these
stains are negative, additional evaluation is needed for
confirmation of the diagnosis or excluding metastasis.
In cases where one population of tumor cells stains for
TTF-1, and another population is positive for squamous
markers, adenosquamous carcinoma may be suggested,
although this diagnosis is recommended for operative
materials. If the tumor tissue is inadequate for molecu-
lar testing, it is necessary to perform rebiopsy in order
to obtain enough material for molecular analyses that
dictate the therapy in patients [31].

Non-small cell carcinomas without clear morphology
of adenocarcinoma or squamous carcinoma or immuno-
expression on markers are classified as NSCLC, NOS.
The percentage of these cases should not exceed 5% [34].
The diagnosis of large cell carcinoma should not be
used for histological or cytological analysis of biopsy
or cytological material, and is recommended for use
only for surgical specimens, where the tumor is tho-
roughly sampled and analyzed in order to exclude a
differentiated component [33].

Metastatic carcinomas of the lungs are almost always
negative for TTF-1, except for metastatic thyroid carcino-
ma, where both thyroglobulin and pax 8 are also positive.
Neuroendocrine markers (CD56, Chromogranin and
Synaptophysin) should be used for confirmation of
neuroendocrine differentiation of the tumor, in cases
with neuroendocrine morphology [35].

Distinction between lung adenocarcinoma and malign-
nant mesothelioma (epithelioid type) is made by corre-
lating the clinical appearance, clinical data, imaging
studies and immunostains sensitive and specific for
mesothelioma: WT-1, Calretinin, CK5/6 and D2-40, as
well as markers sensitive and specific for lung adeno-
carcinoma: TTF-1 and Napsin A [36,37].

Other markers that may be helpful for tumor histoge-
nesis are: breast cancer (ER, PR, GCDFP15, GATA3,
Mammaglobin) [19,37], renal carcinoma (pax 8) [19,37],
serous papillary carcinoma (pax 8, pax 2 and ER) [37],
adenocarcinoma from the gastrointestinal tract (CDX2,
CK20) [19,37], thyroid cancer (TTF-1, thyroglobulin, pax
8) [37]. p40 may help in differential diagnosis between
epithelioid mesothelioma with pseudosquamous mor-
phology and squamous carcinoma.

2. Recommendations for handling cytological and
tissue samples

Close collaboration between pathologists and clini-
cians and information on patient’s history is necessary
to make the diagnosis, to exclude metastatic disease
and to avoid unnecessary consumption of the sample
due to the use of wide range of markers to confirm the
tumor’s histogenesis.

Tissue and cytological samples (including pleural liquid)
can be used for diagnostic and molecular analyses.
Therefore, it is necessary to notify the diagnostic pro-
cedure during which the sample is obtained.

Tissue samples for histological and
immunohistochemical analyses

Tissue sample (at least 4-6 biopsy samples) [37] should
be placed in fixative immediately, or not later than 60
minutes after the moment of sampling. The samples
should be transported on ice and the time-gapuntil be-
ginning of samples fixation should not exceed 1 hour.
Vacuum packaging of the surgical specimens may pro-
long their transportation time (period of cold ischemia)
for up to 92 hours, preserving the high quality of the
tissue (the vacuum should be sealed and kept at 4°C).
Optimal time of fixation is 24 hours, although minimal
and maximal time of fixation varies between 6 and 48
hours. Concentration, pH and presence or absence of
buffer in formalin solution used for tissue fixation also
influence the quality and results of immunohisto-
chemical and molecular analyses. Most antigens give
consistent immunoreaction and superior preservation
when samples are fixed in 10% neutral buffered formalin
(prepared from 4% formaldehyde) with pH value 5 to
7, using phosphate buffer.

Optimal tissue-fixative ratio should be 1:10. The pre-
pared formaldehyde solution should not be older than
two weeks.

When preoperative diagnosis is not possible or available,
frozen section is recommended for primary diagnosis of
lung neoplasms. The frozen section diagnosis should
be confirmed on paraffin sections after tissue fixation
and adequate standard tissue processing.

Tissue samples should be embedded in paraffin attem-
perature between 56-57°C. If there are more samples
of tumor tissue, they should not be embedded in one
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cassette (the tissue should be embedded in two cassettes

at least, one of which is used for immunohistochemical

analyses, and the other for molecular analyses) [33].

It is recommended to make 10 initial unstained slides in

order to avoid the need to returnthe paraffin blocks to

microtome, thus reducing waste of material and time
for diagnosis:

- 2 sections for standard hematoxylin eosin(H&E)
staining (the first and the last section);

- 2-4 sections for diagnostic immunohistchemical
analyses for determination of the histological subty-
pe (up to two markers for distinction between ade-
nocarcinoma and squamous carcinoma-TTF-1 and
p63 or p40, as well as two neuroendocrine markers
in cases where distinction from neuroendocrine
carcinoma is needed) [31,39];

- 4-6 sections for molecular testing.

Samples from bone metastases that have been decal-

cified by acid reagents known to degrade DNA should

be avoided for molecular testing, if possible.

Cytological samples

Accurate interpretation of cytological materials depends
on several factors:
- The method of sampling;
- Appropriate preservation of fluidspecimens prior
to processing;
- Preparation of the material for microscopic analysis;
- Staining and mounting of the cell sample.
Individual cells can be collected by exfoliative cytolo-
gy (cytology of sputum, bronchoscopic cytological sam-
ple, fine-needle aspiration biopsy, FNAB and modifi-
cations listed in the text above) and obtained from
pleural fluid.Smears are prepared and fixed according
to the requirements of the stain that will be used.
Collected fluid (at least 60 mL) [40] should be sent to
the pathology laboratory, for further processing (smears
and/or cytoblock from the centrifugal sediment) within
30 minutes; or direct smears can be prepared, following
the standard procedures.
When using hematological stain, such as May-Grunwald-
Giemsa, Diff Quick or Giemsa, the smears need to be
air-dried. Rapid stains are particularly useful in preli-
minary assessment of adequacy of the sample before
the patient is released from hospital.
Fixation in 96% alcohol is used for Papanicolaou (PAP)
or H&E staining, enabling good visualization of the
nuclear chromatin and cell cytoplasm. Smears haveto
be prepared quickly, fixed and stained immediately, in
order to avoid artefacts that can compromise specimen
evaluation by the pathologist. When sufficient material
is aspirated, then more smears can be prepared, some
of them can be air-dried or some can be alcohol fixed.
Additional smears can also be used for special staining
or other ancillary techniques. In addition, the smears
should be fixed one after the other, subsequently,

immediately after their preparation in order to avoid
drying. Preparation of so called cytospin smears with a
centrifugation procedure enables the use of immuno-
cytochemical methods. The latest system of "liquid-based
cytology" opens up new perspectives in the cytological
diagnosis of malignant diseases, including lung cancer.
Final cytological diagnosis is based on the integration
of the clinical findings before the cytology sample co-
llection, the observations during the procedure and the
microscopic evaluation. Hence, as with histological
diagnostics, the close collaboration between the clini-
cian and the pathologist is required.

Molecular analysis

A correct preanalytical phase procedure, including sam-
ple collection, fixation and processing of samples for
histological and cytological diagnostics, is required for
obtaining high-quality DNA and RNA sufficient for
molecular tests.
For that purpose, it is important that the pathologist
marks the most appropriate tumor area of the slide so
that the optimum tumor content can be extracted from
the paraffin blocks or the tumor cells can be removed
from the marked portion of the slide using a scalpel in
cases when there is very scarce material.
If several tissue blocks are available, tumor tissue with
least amount of necrosis, blood, mucus or inflammation
should be selected. It is recommended that the material
tested for mutations contains at least 20-30% tumor
cells, which makes the methods of real time PCR and
next generation sequencing (that has sensitivity of at
least 10% tumor cells)more favourable than the Sanger
sequencing method, whichsensitivity is limited to 50%
tumor cells in the material tested for genetic alterations
[19,41]. The purpose of this approach is to minimize
false-negative results.
In the 2018 Guideline Recommendations from the Colle-
ge of American Pathologists, the International Asso-
ciation for the Study of Lung Cancer, and the Asso-
ciation for Molecular Pathology [21], some of the reco-
mmendations published in 2013 [22] are reconfirmed,
but some are updated due to advanced knowledge for
pathogenesis of the lung cancer, and the rapid deve-
lopment of target therapy as indicated below. In addi-
tion, these recommendations refer to patients with ad-
vanced lung cancer (stage 111B and 1V).

1. Along with biopsy material, cytological samples
with adequate cellularity and preservation can be
used for molecular analysis, especially if cell blocks
are available.

2. Low sensitivity technologies that cannot test tumors
with less than 50% tumor content should be avoided
in order to avoid additional potentially more inva-
sive procedures for patients, solely to obtain a ti-
ssue sample with high tumor content.
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3. Set of genes that must be available in all laborato-
ries that test lung cancer, as an absolute minimum
is: EGFR, ALK, and ROS1. IVD tests should be used.

4. Routine testing of somatic mutations for EGFR
and gene rearrangement for ALK in all patients diag-
nosed with adenocarcinoma and any carcinoma
that has a component of adenocarcinoma is reco-
mmended [21]. EGFR and ALK testing can be
performed in cases of other types of non-small
cell carcinoma that meet certain clinical criteria
(young patients, non-smokers) [21]. In addition, the
immunohistochemically confirmed protein product
for ALK is an alternative method of FISH testing for
ALK using 5A4 antibodies (Novocastra) or D5F3
(Ventana) and appropriately validated immuno-
histochemical assays.

It is recommended to performROS1 testing in all pa-
tients with lung adenocarcinoma, regardless of clinical
characteristics. Immunohistochemical analysis for ROS1
can be used as a screening test in patients with lung
adenocarcinoma. Positive immunohistochemical staining
for ROS1 should be confirmed by molecular or cyto-
genetic method, RT PCR and FISH respectively [21].
Molecular or cytogenetic tests for BRAF, RET, ERBB2
(HER2), MET and KRAS are currently not indicated
as stand-alone routine assays. These tests can be used
as part of larger testing panels or when routine tests for
EGFR, ALK and ROS1 are negative [21].
Revised recommendations for the diagnosis and treat-
ment of lung cancer patients have introduced immuno-
modulatory therapy as a novelty in the treatment of
lung carcinoma, which significantly improves the out-
come of the disease in a subset of patients with advan-
ced lung cancer. Therefore, this therapy is approved as
a second-line therapy for advanced lung cancer pa-
tients or as first-line therapy for patients with high level
of PD-L1 expression that are negative for EGFR and
ALK mutations. Thus, in squamous cell carcinoma pa-
tients, it is recommended to provide samples for PD-
L1 analysis (1 section for immunohistochemical analysis
and 1 section for molecular analysis). Ideally, tissue sec-
tions for this analysis contain tumor tissue, intervening
stroma and inflammatory cells (T-lymphocytes) [21].
Administration of specific therapy requires evaluation
protocols with given cut-off values for each specific
drug to be implemented.
Currently it is not recommended to use liquid biopsy
(circulating free DNA-cfDNA) for routine diagnosis of
primary lung adenocarcinoma. In certain clinical con-
dition when tumor tissue is limited or unavailable to
existing diagnostic procedures, cfDNA assay may be
used to identify certain mutations. The circulating free
plasma DNA assay can be used to identify EGFR T790M
mutations in lung adenocarcinoma patients with a prog-
ression or with secondary clinical resistance to EGFR
targeted tyrosine kinase inhibitors.

Pathological evaluation

The same pathologist (if possible) should evaluate all
available material from the same patient, including biop-
sy and cytology, to select the most appropriate sample
for molecular testing. Tissue sections older than 4-6
weeks should not be used for immunohistochemical and
molecular assays, in order to avoid non-informative or
false-negative results.

It is recommended the report for pathohistological diag-
nosis, immunohistochemical and molecular analysis is
in a form of a single report and the interpretation of the
results is understandable and useful to clinicians. It is
recommended to describe both the method of analysis
and the quality of the sample.

Pathology report should include the size of the sample
(mm), size of tumor (mm), the presence of necrosis, in-
flammatory infiltrate, type and subtype of the carcino-
ma, in accordance with the nomenclature and criteria
of the 2015 WHO Classification of Lung Tumaors [32].
The pathohistological diagnosis and molecular testing
should be completed within 10 working days.

The pathologist is responsible for education and super-
vision of the technical staff that is responsible for pre-
paration of samples for molecular analysis.
Laboratories for histological diagnostics and molecu-
lar testing should be accredited and participate in external
quality tests in order to maintain quality control.

It is necessary for state authorities, Ministry of Health
and Health Insurance Fund of the Republic of Macedonia
to provide a budget for financing diagnostic procedu-
res and treatment of patients with malignant lung disease
in order to prolong survival and improve the quality of life.

Discussion

Patients with LC, especially when the disease is diag-
nosed in the advanced stage and there is no possibility
for radical surgical treatment, have average survival of
one year. Still, in cases with adenocarcinoma, where
specific molecular alterations are detected, targeted treat-
ment with specific thyrosinekinase inhibitors or immu-
notherapy provide significantly better prognosis and
quality of life. According to the contemporary guide-
lines, it is necessary to ensure precise molecular diag-
nosis for every patient with treatable LC mutations, for
further planning of the optimal treatment.

The new treatment options, but also the level or their
accessibility, the high price of the molecular diagnosis
and available treatment have opened a series of ques-
tions concerning the exact indications, selection of pa-
tients, the time-frame for obtaining the precise diagno-
sis and the options in case of relapse after the first-line
treatment. In searching for answers to these key ques-
tions, in 2013, the IASLC issued comprehensive guideli-
nes for the selection of LC patients for treatment with
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TKI [22]. Fast evolution of information in this field
ledto the necessity of their revision in 2018 [21].
Taking into consideration the limited resources of the
health system in Macedonia, we consider it necessary,
when defining the diagnostic algorithm for LC in these
recommendations, to offer answers to the following
relevant key questions:

Key question 1: When should molecular testing be
performed?
e On initial histopathological diagnosis
e In cases of inadequate response or relapse after
initial targeted treatment.
The selection of patients suitable for targeted treatment
is “condition sine qua non“ of the contemporary app-
roach to LC patients. The presence of sensitive muta-
tions to TKI (although present in a small percent of
patients with NSCLC; 32% for EGFR mutations [42];
around 4-5% of ALK rearrangement[43], 1-2% for ROS-
1[44], have influence on further treatment, especially
the choice of the pharmacological agent. Therefore, it
is necessary to perform molecular testing simultaneously
with the primary histological evaluation. The initial
positive response to TKI usually persists for months,
but unfortunately relapse occurs frequently. Re-biopsy
in these cases often shows incidence of mutations di-
fferent from thatinitially detected, which makes mole-
cular retesting necessary.

Key question 2: Which patients should be tested for
EGRF mutations and ALK rearrangement?

The compounds for targeted treatment in small cell LC
are still in the phase of research, and routine testing for
specific mutations is not recommended, except forthe
purpose of clinical trials [45].

The consensus of the CAP, IASLC and AMP is clear
that molecular profiling is indicated in all patients with
advanced stage NSCLC[21, 22]. This especially refers
to patients in stage IV, where expected survival is 4-5
months and treatment with TKI gives significantly better
results [46].Reflex molecular testing in these patients
(when the molecular testing is ordered automatically,
by the pathologist, upon diagnosis of NSCLC, without
waiting subsequent referral from the clinician) can
mean saving precious time, but close communication
between the pathologist and the clinician is necessary.
Some of these patients might not be candidates for
targeted treatment for reasons other than type of the
cancer (general clinical parameters, availability, etc.).
The actual dilemmas concerning determination of spe-
cific mutations in potentially resectable NSCLC pa-
tients in TNM stages I, Il and 111 are given in detail in
the 2013 IASCL guidelines [22]. They support initial
determination of EGFR and ALK, always when possible,
because these patients are potential candidates for TKI
(either upon disease progression or because of re-staging
in a more advanced stage after surgical resection). Ini-

tial testing in these cases avoids repeated interventions

for re-biopsy and prevents problems of long-term sto-

ring of pathologic material and miscommunication
between the institutions involved in the process.

Besides all, some of these patients shall never become

candidates for targeted treatment, which imposes that

each country should adapt the guidelines according to
the local circumstances. Unfortunately, in Macedonia

LC screening is on a very low level, and still not im-

posed as government or health care policy and most of

the patients are diagnosed in advanced stages of the
disease. On the other hand, the communication between
clinicians and pathologists is well established and effi-
cient, and there are only a few referral centers in the
country for pathology and pulmonary interventions.

Therefore, we think that reflex testing is an adequate

option for our circumstances.

The recommendations for molecular profiling also

depend on the histopathological type of LC.

1. In small cell LC no molecular testsare established
for molecular profiling for specific targeted therapy,
and it is not recommended for routine evaluation
of patients.

2. Non-small cell LC, histologically defined as
adenocarcinoma (level of evidence A) [21,22].

e EGFR molecular testing should routinely be done
in all patients diagnosed with lung adenocarcino-
ma. No patient should be excluded from the oppor-
tunity to be tested based on clinical characteristics.

e ALK molecular testing should be used for selection
of patients for ALK-targeted TKI therapy in all
patients diagnosed with lung adenocarcinoma.
No patient should be excluded from the opportunity
to be tested based on clinical characteristics.

e EGFR and ALK testing arerecommended in ade-
nocarcinoma and mixed LC with adenocarcinoma
component, NSCLC and NSCLC-NOS.

e In limited casesEGFR andALK testing can be
performed in other histological types (squamous
and small cell), where adenocarcinoma component
cannot be completely ruled out, depending on the
clinical features of the patient (in younger patients,
and non-smokers).

¢ Inlung adenocarcinoma, testing for EGFR and ALK
should have priority over other molecular biomarkers.

e ROSI testing has to be done in all patients with lung
adenocarcinoma, regardless of clinical characteristics.

e Immunohistochemical (IHC) analysis for ROS1
can be used as a screening test in patients with
lung adenocarcinoma; still, positive ROS1 on IHC
should be confirmed with a molecular method[9].

e In patients with nonsquamous LC, if targetable
driver mutations-EGFR, ALK and ROS rearran-
gement are not present, we recommend testing for
PD-L1, inselection of patients for immunotherapy
(for application of each specific treatment, the de-
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dicated protocol for evaluation should be applied,
with the recommended cut-off values for every
specific compound).

e  Molecular testing for BRAF, RET, ERBB2 (HER?2),
KRAS and MET is not indicated as routine analy-
sis, out of the context of clinical studies. It is ade-
quate to include these analyses as part of wider
testing panels, and performed either at the begi-
nning or if routine testing for EGFR, ALK and
ROS1 are negative.

. Non-small cell suamous lung carcinoma

e In patients with proven squamous lung carcinoma
testing for PD-L1 is recommended, in selection of
patients eligible for immunotherapy (for each specific
compound, the relevant protocol for evaluation
should be done and determined cut-off values
taken into consideration)[9].

Key question 3: Which methods should be used to

perform molecular testing?

e |HC is an equivalent alternative to FISH for testing
for ALK.

e Multiple genetic sequential panels are preferred
over multiple single-gene tests to identify other
treatment options apart of EGFR, ALK and ROSL1.

e The laboratories should provide results thatare
unexpected, inadequate, biased or with low level
of confidence to be configured or resolved by
using an alternative method, or sample.

Key question 4: Which tests are recommended for

patients with mutations, who relapsed after first-

line targeted therapy?

The key mechanism for incidence of secondary resis-

tance to first generation EGFR-TKI (erlotinib and gefi-

tinib) is the occurrence of T790M mutation on the
same allele for EGFR, which blocks the inhibition of
the mutated protein by the targeted therapy. Patients
with sensitized EGFR mutations, who relapsed after

EGFR-TKI treatment, may benefit from the treatment

with third generation EGFR-TKI [47]. Detection of

EGFR T790Mmutation is a parameter for selection of

patients who are candidates for this treatment.

e In patients with lung adenocarcinoma, sensitized
to EGFR mutations and progressed after treatment
with EGFR-TKI, we recommend testing for the
presence of EGFR T790M mutation necessary for
determining patients eligible for third generation
EGFR-TKI treatment.

Key question 5: What is the role of testing for circu-

lating DNA (cf DNA) in LC patients (liquid biopsy)?

e At the moment, liquid biopsy (cfDNA) is not re-
commended for routine diagnosis of primary lung
adenocarcinoma.

e In certain clinical settings, where the amount of
tissue is limited and not enough for molecular tes-
ting, and/or the patient is not fit for biopsy, cfDNA

testing can be used for identification of EGFR
mutations.

e Methods for determination of cfDNA can be used
to identify EGFR T790M mutations in patients
with progression of lung adenocarcinoma or when
secondary clinical resistance to EGFR-TKI deve-
loped; testing of tumor sample is recommended if
plasma result is negative[22].

Key question 6: When should the samples be tested

for EGFR mutations and ALK rearrangement?

e The basic, mandatory molecular analyses (ROS1,
EGFR, ALK in act) should be done immediately (in
the same act) with the histopathological analysis
of the material.

Key question 7: How rapidly should the result from
molecular testing be obtained?
Unlike treatment with classical platinum-based che-
motherapy, the clinical effect and the response to tar-
geted therapy areoften rapid, and side effects smaller
[48]. Some authors recommend to startanti EGFR treat-
ment even before detecting the presence of specific
mutation, but we think that such an approach is medi-
cally and economically inadequate, especially because
the types of LC with so called “wild-type*“ EGFR mu-
tations respond better to platinum treatment [49,50]. It
is technicaly possible to complete thehistological and
subsequent molecular analyses within 5 tol0 days.
Commencing the treatment as soon as possible is
essential, especially in those patients where LC was
detected in late stage, where expected survival counts
in weeks. Postponing the treatment in these cases can
be fatal, which is why this consensus report reco-
mmends that:

e Histological and molecular testing should be con-
cluded within 10 working days.

e The laboratories for molecular testing should be
accredited and take part in external quality testing
in order to maintain accreditation.

e We recommend that the report for the histopa-
thological diagnosis, immunohistochemistry and
molecular analyses should be issued as an integral
report and the description of the results should be
clearly understandable to the clinicians. The met-
hod employed for analysis and the quality of the
sample should be described.

In order to simplify the processing of the patients, we

are presenting the summary recommendations for pla-

nning of molecular typisation in NSCLC as an “Algorithm
for molecular testing” (Figure 1), adapted fromthe

Alas for ALK and ROS1 testing from 2016 [51].

Conclusion
The role of molecular testing in treatment of lung

cancer is developing rapidly. This implies the necessity
of continuous revision of the basic recommendations,
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created on the basis of the analyses of the results from
numerous studies published by relevant authorities,
such as the College of American Pathologists, the Inter-
national Association for the Study of Lung Cancer and
the Association for Molecular Pathology. After detailed
revision and control, most of those recommendations
were approved by the American Food and Drug Agency.

Possible, probable or
definite adenocarcinoma

Reflex decision
by pathologist

Molecular testing =

ROS! tyrosine kinase
inhibitor can be used

Decision by
Multidisciplinary
consilium

Slides to be used for

ALK and ROS1 THC

Nonsmoker or long time ex-
smoker (decision ofthe
multidisciplinary team)

ROS1 positive

ROS! and ALK
negative

ALK positive

Othertype of LC

(squamous, small cell) ALK tyrosine kinase inhibitor

can beused

Fig. 1. Algorythm for molecular testing

based medicine, by updating the recommendations for
diagnosis and treatment of lung cancer patients. Clear-
ly, it is inevitable that, in order to implementthe con-
temporary guidelines, it is neccessary to raise aware-
ness of the state authorities about these processes.In
order to assure that the Macedonian healthcare follows
the European and world standards with the final goal
to improve the survival of lung cancer patients, pla-
nning of the management of the health care system
must assure a dedicated budget for:

1. Early detection of lung cancer by developing and
realizing a program for lung cancer screening
(according to the recommendations of NLST and
NELSON), and

2. Financing of the diagnostic procedures and treat-
ment of patients with malignant lung diseases.

Certainly, there are a lot of unanswered questions, but
it is important to begin from a starting point, such as
early detection of LC, to obtain adequate and efficient
diagnosis, as well as treatment of the patients with
advanced LC, which altogether shall enable rational
use of the healthcare budget of the country, and
provide optimal care for the patients.
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Thus, the targeted therapy became available for lung
cancer patients.

The Macedonian Respiratory Society and the Macedo-
nian Association of Pathology intensively follow the
scientific achievments in this field and work on conti-
nuous education of physicians for application of evidence-

Nonsmoker or long time ex-
smoker (decision ofthe
multidisciplinary team)

Positive EGFR mutation

Negative for EGFR,
ALK and ROS1
aberrations

positive

nepative Consider retesting or
ROS1 FISH test

testing for other
targeted mutations

negative
‘ ALK FISH test

L

References

1. Non-small-cell lung cancer: An ESMO guide for patients.
Auvailable at https://www.esmo.org/content/download/7252/
143219/file/EN-Non-Small-Cell-Lung-Cancer-Guide-for-
Patients.pdf. Accessed on 31 January 2019.

2. World Health Organization: Cancer key facts. Available at
https://www.who.int/news-room/fact-sheets/detail/cancer.
Accessed on 31 January 2019.

3. Bray F, Ferlay J, Soerjomataram |, et al. Global cancer
statistics 2018: GLOBOCAN estimates of incidence and
mortality worldwide for 36 cancers in 185 countries. CA
Cancer J Clin 2018; 68(6): 394-424.

4.  World Cancer Research Fund, American Institute for
Cancer Research. Lung cancer statistics. Available at
https://www.wcrf.org/dietandcancer/cancer-trends/lung-
cancer-statistics. Accessed on 31 January 2019.

5. Kramer BS, Berg CD, Aberle DR, Prorok PC. Lung cancer
screening with low-dose helical CT: results from the National
Lung Screening Trial (NLST). J Med Screen 2011; 18:
109-111.

6. RuZzY, Xie X, de Koning HJ, et al. NELSON lung cancer
screening study. Cancer Imaging 2011; 11 Spec No A(1A):
S79-S84.

7. NCI Dictionary of cancer terms available at https://
www.cancer.gov/publications/dictionaries/cancer-terms/
def/pack-year. Accessed on 4 March 2019.

8.  Zaric B, Brcic L, Buder A, etal. PD-1 and PD-L1 Protein
Expression Predict Survival in Completely Resected Lung
Adenocarcinoma. Clinical Lung Cancer 2018; 19(6).


https://www.who.int/news-room/fact-sheets/detail/cancer.%20A
https://www.who.int/news-room/fact-sheets/detail/cancer.%20A
https://www.wcrf.org/dietandcancer/cancer-trends/lung-cancer-statistics
https://www.wcrf.org/dietandcancer/cancer-trends/lung-cancer-statistics

Zdraveska M. et al.

65

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

Doroshow DB, Herbst RS. Treatment of advanced non-
small cell lung cancer in 2018. JAMA Oncol 2018; 4(4):
569-570.

Antoni D, Mornex F. Chemoradiotherapy of locally
advanced nonsmall cell lung cancer: state of the art and
perspectives. Curr Opin Oncol 2016; 28(2): 104-1009.

Xie J, Zhang X. The impact of genomic profiling for novel
cancer therapy-recent progress in non-small cell lung cancer.
J Genet Genomics. 2016; 43(1): 3-10.

Serracino HS, Franklin WA, Aisner DL. Molecular pathology
of non-small cell lung cancer. Surg Pathol Clin 2012;
5(4): 903-918.

Zhou C, Yao LD. Strategies to improve outcomes of pa-
tients with EGRF-mutant non-small cell lung cancer: re-
view of the literature. J Thorac Oncol 2016; 11(2): 174-186.
Hu M, Hu Y, He J, Li B. Prognostic value of basic fibro-
blast growth factor (bFGF) in lung cancer: a systematic re-
view with meta-analysis. PLoS One 2016; 11(1): 0147374.
Pilotto S, Molina-Vila MA, Karachaliou N, et al. Integra-
ting the molecular background of targeted therapy and
immunotherapy in lung cancer: a way to explore the
impact of mutational landscape on tumor immunogenicity.
Transl Lung Cancer Res 2015; 4(6): 721-727.

Massacesi C, Di Tomaso E, Urban P, et al. PI3K inhi-
bitors as new cancer therapeutics: implications for clinical
trial design. Onco Targets Ther 2016; 9: 203-210.
Ramalingam S, Goss G, Rosell R, et al. A randomized phase
11 study of ganetespib, a heat shock protein 90 inhibitor, in
combination with docetaxel in second-line therapy of
advanced non-small cell lung cancer (GALAXY-1). Ann
Oncol 2015; 26(8): 1741-1748.

Zhang Q, Sun T, Kang P, et al. Combined analysis of
rearrangement of ALK, ROS1, somatic mutation of EGFR,
KRAS, BRAF, PIK3CA, and mRNA expression of ERCC1,
TYMS, RRM1, TUBB3, EGFR in patients with non-small
cell lung cancer and their clinical significance. Cancer
Chemother Pharmacol 2016; 77(3): 583-593.

Bubendorf I, Lantuejoul S, de Langen AJ, Thunnissen E.
Nonsmall cell lung carcinoma: diagnostic difficulties in
small biopsies and cytological specimens. Eur Respir Rev
2017; 26: 170007.

Lantuejoul S, Mescam-Mancini L, Burroni B, McLeer-
Florin A. Pathology and molecular biology of lung cancer.
In: Palange P, Simonds AK. (Eds). ERS Handbook of Respi-
ratory Medicine, 2" edition. The European Respiratory
Society 2013; 451-454.

Lindeman NI, Cagle PT, Aisner DL, et al. Updated mole-
cular testing guideline for the selection of lung cancer pa-
tients for treatment with targeted tyrosin kinase inhibitors:
guideline from the College of American Pathologists, the
International Association for the Study of Lung Cancer,
and the Association for Molecular Pathology. Arch Pathol
Lab Med 2018; 142(3): 321-346.

Lindeman NI, Cagle PT, Beasley MB, et al. Molecular testing
guideline for selection of lung cancer patients for EGFR
and ALK tyrosine kinase inhibitors: guideline from the
College of American Pathologists, International Association
for the Study of Lung Cancer, and Association for Molecular
Pathology. J Thorac Oncol 2013; 8(7): 823-859.
Credanoscku T, fypqnﬂos [, Ilerpymescka I', VIBkoBcku
Jb, Crimposcku 3, Lipsenkoa C, [lumoBcku A. [lpupaunux —
6enoopoben kapyunom. Cxomje, 2011.

O'Toole DM, Golden AM. Evaluating cancer patients for
rehabilitation potential. West J Med 1991; 155: 384-387.
PaboTHa rpymna Ha MakeoHCKO peCIUPaTOPHO 3IpyKEHHE U
3npyxeHne Ha marojio3n Ha Makenonuja. [Ipemopaku 3a

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

IUjarHOCTHYKA IIOCTalKa Kaj OenoapoOeH KapIHOM.
KOHCGH?)yC Ha MaKeﬂOHCKO pecnupaTopHO 3APYKCHUE U
3npyxeHne Ha maroino3n Ha Makenonuja. EBpoma 92,
Crxomje, Anpun 2019; 45 -51.

Amin MB, Edge S, Greene F, et al. (Eds.). AJCC Cancer
Staging Manual (8" Edition). Springer Chicago 2017.
Brierley JD, Gospodarowicz MK, Wittekind C (Eds.).
TNM Classification of Malignant Tumours (8" Edition).
Wiley Blackwell, Oxford, Hoboken 2017; 114-120.
Rami-Porta R (Editor). Staging Handbook in Thoracic
Oncology (2nd Edition). An IASLC Pubication. Editorial
Rx Press, North Fort Myers 2016; 67-125.

Kerr KM, Bubendorf L, Edelman MJ, et al. Second ESMO
consensus conference on lung cancer: pathology and
molecular biomarkers for non-small-cell lung cancer. Ann
Oncol 2014; 25(9): 1681-1690.

Travis WD, Brambilla E, Burke AP, et al. (Eds). WHO
Classification of Tumours of the Lung, Pleura, Thymus
and Heart. IARC Press: Lyon 2015; 26-29.

Travis WD, Brambilla E, Noguchi M, et al. International
association for the study of lung cancer/American thoracic
society/European respiratory society international multi-
disciplinary classification of lung adenocarcinoma. J Thorac
Oncol 2011; 6(2): 244-285.

Travis WD, Brambilla E, Nicholson AG, et al. The 2015
World Health Organization classification of lung tumors
impact of genetic, clinical and radiologic advances since
the 2004 classification. J Thorac Oncol 2015; 10(9): 1243-1260.
Travis WD, Brambilla E, Noguchi M, et al. Diagnosis of
lung cancer in small biopsies and cytology implications of
the 2011 international association for the study of lung
cancer/American thoracic society/European respiratory
society classification. Arch Pathol Lab Med 2013; 137(5):
668-684.

Travis WD. Pathology of lung cancer. Clin Chest Med
2011; 32: 669-692.

The Royal College of Pathologists. Dataset for histopatho-
logical reporting of lung cancer. Available at: https://mww.
rcpath.org/search-results.html?qg=Dataset-for-histopatholo-
gical-reporting-of-lung-cancer. Accessed on 20 January 2019.
Inamura K. Update on immunohistochemistry for the
diagnosis of lung cancer. Cancers 2018; 10(3): 72.
Kandalaft PL, Gown AM. Practical applications in
immunohistochemistry: carcinomas of unknown primary
site. Arch Pathol Lab Med 2016; 140(6): 508-523.

Dietel M, Bubendorf L, Dingemans AM, et al. Diagnostic
procedures for non-small-cell lung cancer (NSCLC): reco-
mmendations of the European Expert Group. Thorax 2016;
71(2): 177-184.

Tsao MS, Hirsch FR, Yatabe Y (Eds). IASLC Atlas of
ALK testing in lung cancer. IASLC, Colorado, USA. 2013.
Swiderek J, Morcos D, Donthireddy V, et al. Prospective
study to determine the volume of pleural fluid required to
diagnose malignancy. Chest 2010; 137(1): 68-73.

Ettinger DS, Aisner DL, Wood DE, et al. NCCN guideli-
nes insights: non—small cell lung cancer, Version 5. 2018.
J Natl Compr Canc Netw 2018; 16(7): 807-821.

Zhang YL, Yuan JQ, Wang KF, et al. The prevalence of
EGFR mutation in patients with non-small cell lung can-
cer: a systematic review and meta-analysis. Oncotarget 2016;
7(48): 78985-78993.

Chia PL, Mitchell P, Dobrovic A, John T. Prevalence and
natural history of ALK positive non-small-cell lung cancer
and the clinical impact of targeted therapy with ALK
inhibitors. Clin Epidemiol 2014; 6: 423-432.


javascript:;
javascript:;
javascript:;
https://www.ncbi.nlm.nih.gov/pubmed/?term=Travis%20WD%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/pubmed/?term=Brambilla%20E%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/pubmed/?term=Noguchi%20M%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/entrez/eutils/elink.fcgi?dbfrom=pubmed&retmode=ref&cmd=prlinks&id=21252716
https://www.ncbi.nlm.nih.gov/entrez/eutils/elink.fcgi?dbfrom=pubmed&retmode=ref&cmd=prlinks&id=21252716
https://www.ncbi.nlm.nih.gov/pubmed/?term=Travis%20WD%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/pubmed/?term=Brambilla%20E%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/pubmed/?term=Nicholson%20AG%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/pubmed/?term=Travis%20WD%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/pubmed/?term=Brambilla%20E%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/pubmed/?term=Noguchi%20M%5BAuthor%5D&cauthor=true&cauthor_uid=21252716
https://www.ncbi.nlm.nih.gov/entrez/eutils/elink.fcgi?dbfrom=pubmed&retmode=ref&cmd=prlinks&id=22970842
https://www.ncbi.nlm.nih.gov/entrez/eutils/elink.fcgi?dbfrom=pubmed&retmode=ref&cmd=prlinks&id=22970842
https://www.ncbi.nlm.nih.gov/pubmed/?term=Zhang%20YL%5BAuthor%5D&cauthor=true&cauthor_uid=27738317
https://www.ncbi.nlm.nih.gov/pubmed/?term=Yuan%20JQ%5BAuthor%5D&cauthor=true&cauthor_uid=27738317
https://www.ncbi.nlm.nih.gov/pubmed/?term=Wang%20KF%5BAuthor%5D&cauthor=true&cauthor_uid=27738317
https://www.ncbi.nlm.nih.gov/pubmed/27738317
https://www.ncbi.nlm.nih.gov/pubmed/?term=Chia%20PL%5BAuthor%5D&cauthor=true&cauthor_uid=25429239
https://www.ncbi.nlm.nih.gov/pubmed/?term=Mitchell%20P%5BAuthor%5D&cauthor=true&cauthor_uid=25429239
https://www.ncbi.nlm.nih.gov/pubmed/?term=Dobrovic%20A%5BAuthor%5D&cauthor=true&cauthor_uid=25429239
https://www.ncbi.nlm.nih.gov/pubmed/?term=John%20T%5BAuthor%5D&cauthor=true&cauthor_uid=25429239
https://www.ncbi.nlm.nih.gov/pubmed/25429239

66

Macedonian guidelines for diagnosis of lung cancer

44,

45.

46.

47.

48.

Bubendorf L, Buttner R, Al-Dayel F, et al. Testing for
ROS1 in non-small cell lung cancer: a review with reco-
mmendations. Virchows Arch 2016; 469(5): 489-503.
National Comprehensive Cancer Network. The NCCN
clinical practiceguidelines in oncology (NCCN guidelines)
for non-small cell lung cancer. Version 3.2019. www.nccn.org.
Published 2019.

National Comprehensive Cancer Network. The NCCN
clinical practiceguidelines in oncology (NCCN guidelines)
for non-small cell lung cancer.Version 3.2012. www.nccn.org.
Published 2012.

Sun JM, Ahn MJ, Choi YL, et al. Clinical implicationsof
T790M mutation in patients with acquiredresistance to EGFR
tyrosine kinase inhibitors. LungCancer 2013; 82(2): 294-298.
Mitsudomi T. Erlotinib, gefitinib, or chemotherapy for EGFR
mutationpositivelung cancer? Lancet Oncol 2011; 12(8):
710-711.

49.

50.

51.

Fukuoka M, Wu YL, Thongprasert S, et al. Biomarker
analyses and finaloverall survival results from a phase I,
randomized, open-label, firstlinestudy of gefitinib versus
carboplatin/paclitaxel in clinically selectedpatients with
advanced non-small-cell lung cancer in Asia (IPASS). J
Clin Oncol 2011; 29(21): 2866-2874.

Scagliotti GV, Parikh P, von Pawel J, et al. Phase Il study
comparing cisplatin plus gemcitabine with cisplatin plus
pemetrexed in chemotherapy-naive patients with advanced-
stage non-small-cell lung cancer. J Clin Oncol 2008; 26:
3543-3551.

Tsao MS, Hirsch FR, Yatabe Y (Eds). IASLC Atlas of ALK
testing in lung cancer. IASLC-second edition, Colorado,
USA, 2016.



Max Meo I[Ipezaeo 2019;73(2): 67-72

Review

PHARMACOEPIDEMIOLOGY AND ANTIMICROBIAL RESISTANCE DATA FOR BACTERIAL

INFECTIONS IN HOSPITALIZED CHILDREN

GAPMAKOEIIMIAEMHUOJIOIIKHA IIOJATOLIU 3A AHTUMUKPOBHA PE3UCTEHIIMJA HA
BAKTEPUU U30JIMPAHU KAJ XOCIIUTAJIM3UPAHU JEIIA

Iskra Pechiareva Sadikarijo, Tijana Serafimovska®, Marija Darkovska Serafimovska®, Trajan

Balkanov* and Elena Kostova®

'Macedonian Agency for medicines and medical devices, Republic of North Macedonia, “Faculty of
Pharmacy, University "Ss. Cyril and Methodius" Skopje, *Faculty of Medical Sciences, University “Goce
Delchev” Shtip, “Institute for preclinical and clinical pharmacology and toxicology, Faculty of Medicine,
University "Ss. Cyril and Methodius™ Skopje, Republic of North Macedonia

Abstract

Antimicrobial resistance is a global problem that needs
an urgent action. The irrational use of antibiotics is wide-
spread and leads to potential usefulness of medicines
and negative therapeutic outcome.In April 2016, WHO
stated that the problem of antibiotic resistance is a
major clinical problem resulting in treatment failures
even in a case ofeasy to treat diseases. Resistance to
first line medicines results in huge spending on new
generation of antibiotics. In some instances resistance
to second- and third-line agents is seriously compromi-
sing treatment outcome.Seriousness of the situation
requires extensive research and constantly monitoring
of the spread of bacteria resistance.Another problem
regarding bacteria resistance is the lack of new anti-
biotics reported by the US Center for Control and
Prevention of Disease.A systematic literature search of
databasesgave us enough information about the use of
antibiotics, most often isolated bacteria and resistance
to different classes of antibiotics. According to the
official data, bacterial resistance is lowest in the
countries where guidelines for prescribing and use of
antibiotics are consistently implemented, such as
Scandinavian countries, The Netherlands, Germany
and Great Britain. It is necessary to create a complete
database of bacterial resistance and information on
whether patients receive medicines appropriate to their
clinical conditionin our country.
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Ancrpakr

BakTepuckara pe3ncTeHIMja MPETCTaByBa TOJIEM 3IpaB-
CTBEH TpoOJeM 3a KOj € MOTpeOHO MTHO JeTyBambe.
Hepamnuonannara ynorpe6a Ha aHTHOMOTHIIU € IIHPO-
KO pachpocTpaHeTa M € €JHa OJ Haj3HAYajHUTe TpPH-
YHMHU 32 3r0JIEMYyBah-¢ Ha PE3UCTEHIIjaTa HHETaTHBHU
TepaneBTcku ucxoau. Bo ampun 2016 roguna, C30
W3jaBu Jieka MpoOJIEMOT €O OTIOPHOCTAa Ha AaHTH-
OVOTHIIM € TOJIEM KJIMHUYKH TPOOJIeM IITO Pe3yiITHpa
CO HeycIleX BO JIEKYBameTo, Iypu W BO CiIydaW Kora
cTaHyBa 300p 3a 0OJIECTH KOM BOOOMYACHO JIECHO CE
nekyBaar. OTHOPHOCTA HA JIEKOBHUTE O]l IIpBa JIMHH)A
pe3yinTHpa CO 3rojieMyBame Ha IMOTpOollyBaykara Ha
HOBHTE TEHEpalluul Ha aHTUOMOTHIM. Bo Hekom ciy-
9au, OTIOPHOCTA KOH aHTHOMOTHUIINTE O BTOPA M Tpe-
Ta JIMHHja CEPUO3HO I'O KOMIIPOMHUTHPAAT HCXOM O]
TpetMaHoT. Cepuo3HocTa Ha cOCTOjO0aTa BO OJHOC Ha
Pa3BojoOT Ha OaKTepUCKaTa PE3UCTCHIM]ja, Oapa OIMIIIMPHO
HCTPaXKyBame Ha OBOj (DEHOMEH M TIOCTOjaHO CIIC/ICHHE
Ha pe3dcTeHnMjaTa Ha OakTepunte. Bo u3BemTajoT 06-
jaBeH Ol cTpaHa Ha aMepUKaHCKHOT LleHTap 3a KOH-
TpOJIa U TPEBEHIHja Ha OOJECTH Ce BENU JIeKa JAOTIOJN-
HHUTEJHAa NpHYMHA 32 OaKTepucKaTa pe3uCTEeHIMja e
HEJOCTHTOT O] HOBH aHTUOHOTHIIN. CHCTEMATCKOTO TIpe-
OapyBame Ha JIMTepaTypHaTta 0a3a Ha TOJATOIH, HH
Jane JTOBOJIHO MH(OpMAIMU 3a YHOTpeba Ha aHTH-
OuoTHIINTE, HAJYECTO N30JIUPAHH OaKTEpPUH U HUBHATA
OTIOPHOCT Ha Pa3IMYHM Ki1acH Ha aHTHOHoTHIM. Crio-
pea odunmjamHUTE MOAATOIHM, OaKTEpUCKATa PE3UCTEH-
IMja € HajHUCKa BO 3€MjUTE BO KOM HACOKWTE 3a mpe-
MUIIYBamke U KOPUCTEHE Ha aHTHOMOTHIM JOCIEIHO
ce crpoBeyBaart, kako CKaHAMHABCKHUTE 3eMjH, XOJaH-
mja, I'epmannja u AHrnuja. Bo HamaTa ap)kaBa HEOII-
XOJIHO € Ja ce co3/ae 0a3a Ha MOJATOIH MO OZHOC Ha
OBa TIpamniamke W MHPOpPMAIUHUTE 3a pandoHaIHA (ap-
MakoTeparnuja.

Kiyunn 360poBu: aHTHOHOTHIIH, OAKTEPUCKA PE3HC-
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TEHII1]ja, MYJITUPE3UCTEHLIN]a, TATOTeHH OaKTepUn

Introduction

Bacterial resistance is not a new phenomenon butmajor
public health concern. It was recognized in the earlier
1950s as a threat to effective treatment outcome. Since
the WHO Resolution, many countries have expressed
growing concern about the problem of antimicrobial
resistance [1,2]. Reporting about bacterial resistance
and monitoring the use of antibiotics today is an obli-
gation for all countries.

The most endangered population for acute infectious
disease as a result of bacterial resistance are children.
Collective accommodation in kindergartens or schools,
unhygienic living conditions, insufficiently effective
immune system, as well as irrational, empirical and
excessive use of antibiotics, especially unjustified in
viral infections are the most common reasons for the
frequent occurrence of bacterial infections in children
[3-5]. Receiving antibiotics for prophylaxis increases
the risk of multidrug resistance among recurrent infec-
tions [6]. In hospital acquired infections in children,
antibiotic resistance is frequently reported in clinical
Gram-negative bacteria. The number of available thera-
peutic options for treatment of these conditions is
limiteddue to the lack of novel active antibiotics [7].
At the end of the 20th century, the attention regarding
the threat of antibiotic resistance of the scientific and
pharmaceutical companies was focused on multidrug
resistant Gram-positive bacteria [8].

In order to understand bacterial resistance, there is a huge
need to interpret molecular mechanisms of antibiotic
resistance, especially to Gram-negative and Gram-posi-
tive clinical pathogens [9-11].

Among the diseases that have been declared as "alar-
ming threat™ are severe forms of clostridium-induced
diarrhea and gonorrhea infections. But, the most serious
infections are those coming from enterobacteria that
cause relatively new and rare, but deadly infections
resistant to carbapenems. For such infections it is stated
that they cannot be cured with so-called spare anti-
biotics, which confirms the fact that no new antibiotic
has been synthesized for a long period of time [12,13].
However, we are now faced with the threat of a post-
antibiotic era [14,15].

An interesting fact is that bacteria isolated in children
younger than 2 years show a higher percentage of
antibiotic resistance compared to bacteria isolated in
older children [5]. Also, isolated bacteria in the hos-
pitals are more resistant than those isolated in primary

health care [16]. The situation is particularly proble-
matic at the University clinics where patients from
other regional hospitals who have already received
antibacterial therapy come up. That is the possible
reason for the occurrence of resistant and multidrug
resistant bacterial strains [17].

Bacterial resistance is a global problem that must be
resolved locally, having in mind that there are signifi-
cant geographical variations in the participation of cer-
tain resistant strains, as the triggers of bacterial infec-
tions. Methicillin-resistant Staphylococcus aureus (MRSA),
vancomycin-resistant Enterococcus (VRE), Mycaobacterium
tuberculosis and Streptococcus pneumoniae are the
most frequent pathogens who have a significant impact
on morbidity and mortality [18].

It is important to highlight that the UN and the WHO
organization have developed action plans to reduce
antimicrobial resistance in all healthcare settings. They
establish the institutional antimicrobial stewardship
program as a key intervention to reduce antibiotic
consumption in hospitals. The goal was to address
high rates of multi-drug-resistant bacteria [19].

Materials and methods

For the purpose of this paper, a systematic literature
search of Medline/Pubmed and Embasedatabases was
done in order to evaluate the phenomenon of bacterial
resistance and multidrug resistance published in the
last fifteen years.

A systematic review of Randomized Controlled Trials
(RCTs) was made until December 2018 using the follo-
wing key words: antibiotics, bacterial resistance, mul-
tidrug resistance, pharmacoepidemiology. We identified
3287 reports, of which only 32 articleswere subject of
evaluation (Figure 1).

Potential analyses, diagnostic criteria, appropriate se-
lection of patients with infections caused by bacteria
and therapy were used as criteria for evaluating the
study.

In our analysis bacterial strain wasconsidered to be
multidrug resistant if it wasresistant to three or more
classes of antibioticsat the same time.

Critical review

Three main points were the subject of our research:
use of antibiotics, analysis of isolated bacteria and
resistance/ multidrug resistance of the most commonly
isolated bacteria.
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Fig. 1. Flow of Studies Through the Review Process

Use of antibiotics

The analyzed data available from the database for hos-
pitals and general practice within the SACAR project
(Specialist Advisory Committee on Antimicrobial Resis-
tance) [20] shows the existence of seasonal variations
in prescription of antibiotics. Prescription in the winter
period is about 15% higher compared to the summer
period. The use of antibiotics was higher in East
European countries compared to northern EU
countries [20-21].

The use ofpenicillin in hospitals in many European
countries is low, although the antimicrobial effect of
penicillin is still relatively well preserved [22]. A study
conducted at the University of California San Fran-
cisco [23] confirms that from 16 classes of antibac-
terial drugs used, 5 classes are considered safe for pe-
diatric use: beta-lactams+inhibitor, oral and parenteral
cephalosporins, macrolides and aminoglycosides. Similar
results have also been reportedinone study conducted
in China in the period from 2002 to 2006. The most
commonly used antibiotics in five children's hospitals
in China were amoxicillin+clavulanic acid and paren-
teral cephalosporins [24]. Penicillins were the most
common prescribed in children younger than 5 years
in six primary health-care facilities in Burkina Faso,
followed by sulfonamides and macrolides [25]. The
results of a two-month study [26] conducted at the
University Clinic in Bari, Italy, showed that amikacin
and a combination of ampicillin + sulbactam were the
most used antibiotics in children younger than two
years. The most common antibiotics were used for
treatment of respiratory infections in children, at the

pulmonary departments [5,27]. The results of the
multicentric multinational study conducted within the
ARPECproject (Antibiotic Resistance and Prescribing
in European Children) in September 2011 report a
high level of use of antibiotics in the departments for
pediatric hematology/oncology. In this one-day data of
the use of antibiotics in hospitalized children 73 hos-
pitals worldwide were included [28]. One study con-
ducted in 1992 in three University hospitals in Estonia,
Sweden and Spain showed that the use of antibiotics at
the surgical departments was 30-50% higher than in
other departments [29].

Five primary data collection studies, across the five
countries, conducted between 2014-2017 as part of
MARVEL (Multi-country economic and epidemiological
burden of varicella study), examined empiric data on
the appropriate and inappropriate use of antibiotics in
the treatment of pediatric varicella patients. In this
study 787 patient were included and the proportion of
antibiotics prescribed without a probable or confirmed
diagnosis of bacterial infection was high (ranged from
45% to 90%) [30].

Analysis of isolated bacteria

Analysis of microbiological isolate along with the
antibiogram is one of the preconditions for optimal
antibiotic use. For that goal,a sample of patients for
microbiological analysis is taken before the start of
therapy and the cause of the infection isisolated. The
most common samples for bacteriological analysis are
blood samples-blood cultures. The most commonly
isolated bacteria from the blood cultures are coagulase
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negative Staphylococcus spp., which is normally pre-
sent on the human skin. Therefore, it is very important
to properly interpret the bacteriologically positive
blood cell finding [31]. A study in England, conducted
inneonatal departments in the period from 1992 to
2005, showed an increase of isolated coagulase nega-
tive Staphylococcus spp. in blood samples, which was
partly explained by the increased use of central
vascular catheters in these children [18]. In one study
conducted in theperiod from 2001 to 2004 inthe
Houston Hospital (USA) in respiratory tract samples, a
double increase in the number of isolates in which S.
aureus (771/1562) was reported, were explained by
the increased virulence of this bacterium [32]. E. coli,
the most common cause of urinary tract infections,
was the most commonly isolated bacteria from urine
samples [33].In urine cultures the most isolated
pathogenic gram-negative bacilli are associated with
resistance to beta-lactam antibiotics [34].In the
samples of the gastrointestinal tract (GIT), Klebsiella
pneumoniae, E. coli (16.5%) and Pseudomonas aeru-
ginosa (15.8%) are most often isolated. The results of
one retrospective study carried out ina hospital in
Caracas (Venezuela) from 1997 to 2003 showed the
presence of Pseudomonas aeruginosa in 7% of the
positive GIT samples [29]. Streptococcus pyogenes
was the most commonly isolated bacteria in naso-
pharyngeal swabs in healthy children (ages of 6 and 7
years) who attended the same primary school. Posi-
tive bacterial findings of this pathogenic in healthy ca-
rriers are not an indication for antibiotic therapy [35].

Resistance and multidrug resistance of the most
commonly isolated bacteria

According to literature data, the level of resistance to
bacteria isolated in hospitals is higher comparing
tothat in the general practice [36]. Hospitals are often
regarded as the focal point for emergence development
of resistance and multidrug resistance [37].

E. coli: One-year prospective study conducted in Ankara
(Turkey) demonstrated about 30% resistance ofE. coli,
isolated in urinary infections to ceftriaxone. The resis-
tance of ampicillin described in this study was 74.2%
[38]. Many authors believe that this high percentage of
resistance of E. coli is a consequence of irrational,
prophylactic and excessive use of antibiotics in general
practice [33].

S. aureus: S. aureus is usually isolated insamples from
the respiratory tract. This bacterium isin a relatively
small percentage multidrug resistant (about 10%).
Based on the results of five-year retrospective studies
conducted in 300 hospitals across the United States, an
increase in methicillinresistant S. aureus (MRSA)
isolated from swabs of the throat was observed [39].
Coagulase negative Staphylococcus spp., according to
literature data, is highly resistant and multidrug resis-

tant bacteria, which again is a result ofan inadequate
use of antibiotics [40]. Thisbacterium is isolated mainly
from blood samples and catheter swabs. The sensiti-
vity of this bacterium remained preserved only on van-
comycin and teicoplanin. Regarding fusidic acid it was
reported that this bacteriawas almost 30% resistant.
Furthermore, isolates from hospital material showed
significant resistance to this bacterium tolincosamines
and macrolides [41].

Klebsiella pneumoniaeismost commonly isolated from
samples of the respiratory tractand it is a causative
factor for sepsis in neonates. For this bacteriumdata
reported from the studies conducted in Asia, Africa
and South America shows a high percentage of resis-
tance to many classes of antibiotics: more than 50%
tocefotaxime, more than 70% to ampicillin and genta-
micin [30]. Isolates of thisbacterium from the blood
cultures showed significantly high resistance to amino-
glycosides [41]. According to the results of a study con-
ducted in Ankara (Turkey), isolates of K. pneumoniae
from urinary samples showed about 35% resistance to
folate synthesis inhibitors [38].

Penicillin-resistant Streptococcus pneumoniae was  stu-
died in only one RTC with 35 participants. Before expo-
sure to penicillin, resistance was not significant, but
after exposure to amoxicillin the changes in resistance
occur and normalized one month after the end of treat-
ment [42].

Pseudomonas aeruginosa is a common cause of hos-
pital infections [43]. It is mostly isolated from samples
from the respiratory tract and less from urine and GIT.
This bacterium shows 100% resistance to folate syn-
thesis inhibitors and ceftriaxone [44]. It also shows
high resistance (about 90%) to antibiotics that are usually
prescribed in general practice such as amoxicillin,
nitrofurantoin, and cephalexin [45]. 60% of the isola-
tes were sensitive only to quinolones [41].
Acinetobacter spp. has been shown to be highly resis-
tant to most of the includedantibiotics, and appropriate
treatment results have been achieved by a combination
of a beta-lactam antibiotic and aminoglycoside [46].
Multidrug resistance of Gram-negative bacteria is a
major problem in hospitals because it is easily trans-
mitted through contact, and the spread of resistance
affects many patients in a small area, especially in
immunologically compromised patients [47].
Enterobacter spp. in the developing countries is a
common cause of bacteremia and severe complications
in newborns. A study analyzing isolates from the res-
piratory and gastrointestinal tract showed a high per-
centage of resistance to penicillin and cephalosporins,
which is a consequence of the production of beta-
lactamase [30]. In Sweden, in adults, this bacterium
showed about 20-30% resistance to cefotaxime [48].
Enterococcus spp. takes a more prominent place
among the causes of hospital infections [49]. Isolates
from urine samples showed the lowest percentage of
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multidrug resistance (about 36%), while resistance to
GIT, blood and catheter isolates wasmuch higher (around
88%) in all tested classes of antibiotics [50]. According
to the results of the international SENTRY project
(The SENTRY Antimicrobial Surveillance Program),
which included about 70 microbial laboratories around
the world, a high percentage of resistance (about 50-
65%) has shownthis bacterium to gentamicin [51].

Conclusion

According to the literature data, the highest percentage
of antibiotic consumption is at the surgicalclinics. The
most commonly used antibiotics in children are paren-
teral and oral cephalosporins, combinations of beta-
lactams+inhibitor (clavulinic acid), macrolides and
aminoglycosides. The most commonly isolated bacteria
from the samples are E. coli, S. aureus, coagulase ne-
gative Staphylococcus spp., Klebsiella spp., Pseudomonas
spp., Acinetobacter spp., Enterococcus spp. and
Enterobacter spp. Multidrug resistance has been
confirmed in almost all isolates of Enterobacter spp.
and Acinetobacter spp. In the remaining isolates of P.
aeruginosa, Enterococcus spp., resistance has been
confirmed in more than 50% of the isolates. Insigni-
ficant multidrug resistance has been identified in iso-
lates ofE. coli and S. aureus.

This data gave us enough information about the use of
antibiotics, most often isolated bacteria and resistance
to different classes of antibiotics. This will be very
helpful in the process of monitoring, completing and
comparing data for bacterial resistance in our country.

Conflict of interest statement. None declared.
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Abstract

Introduction. Preeclampsia (PE) is one of the leading
causes for maternal and perinatal morbidity and morta-
lity. The possibility of PE development prediction is
essential for adequate management of this pathology,
especially in terms of undertaken measures for disease
prevention.

Aim. To determine whether there is a correlation bet-
ween serum levels of Placental Growth Factor (PIGF)
in the first trimester of pregnancy with subsequent PE
development.

Methods. Study population was consisted of 307 preg-
nant women in the first trimester of pregnancy who
had visited Special Hospital for Obstetrics and Gynecolo-
gy “Mother Teresa” for aneuploidy screening. During
this visit, blood was taken for measuring the PIGF le-
vel. The study was prospective-observational-cohort. All
pregnant women were monitored for PE development
until delivery. The group of pregnant women with PE
was matched with that without disease by comparing
PIGF values.

Results. From the initial pool, only 283 participants
completed the study. Among them, 7 developed PE.
The average PIGF concentration in PE+ group was
32.29 pg/ml (1.06 MoM’s), and in PE-group 45.42 pg/ml
(1.58 MoM’s). The difference between the results of
the women destined to develop PE in comparison with
those who are not, was statistically significant (0.018
and 0.011 for pg/ml and MoM’s respectively).
Conclusion. Low serum level of PIGF in the first
trimester of pregnancy is correlated with subsequent
PE development.
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Ancrpakrt

Bogen. [Ipeexnamncujata € eaHa 0 BOJCUKUTE MPU-
YHHU 32 MaTepHAICH W IEepPHHATAJICH MOPOWANUTET U
MopTanuteT. OyHIaMEHTATHO 3HAYCH-¢ BO OOHINTE 32
CIpaByBam-€ CO OBaa MAaTOJOTHja 61 MMana MOXKHOCTA
Ha aJicKBaTHA NpeAWKIMja Ha OoilecTa, Tpe] cé BO
KOHTEKCT Ha IpeB3eMame Ha MEPKH 3a MPEeBEHIHja Ha
HacTayBame Ha UCTaTa.

Hes. /la ce yrBpau NmOCTOM JIM acolujaiuja mery
CEpYMCKOTO HHBO HA IDIALICHTAPHUOT (DakTop Ha pacT
(Placental Growth Factor - TIn['®) Bo mpB TpuMmecTap
o1 OpeMEeHOCTa CO MOJIOIHEKHA M0jaBa Ha MpeeKIaMIl-
cuja (ITE).

Metoau. Kako matepujan ciayxea 307 TpyAHHHIA KOU
BO TPBHOT TpUMECTap 0]l OpeMeHocTa ja ToceTuja
CBI'A ,,Majka Tepe3a“ 3a CKpUHUHT Ha aHEYTUIOM]INH.
Hum um Gerre 3eMeHa KpB 3a ojpenyBame Ha [1nl .
Cryaujarta Gelie POCIIEKTHBHO-00CEPBAIIMOHO-KOXOPT-
Ha. Cute TpynHUIM Oea MOHHTOPHpPAHH 3a T0jaBa Ha
IIE ce no mopomyBameTo. ['pymnara Ha TpygHULH CO
ITE ce cnopenysaa co rpymara Ha TpyauHuinm 6e3 I[1E
10 0JJHOC Ha HUBOTO Ha [1nl'®.

Pe3yaratu. On npBOOHTHHOT Iyl Ha WCHTAaHHYKH,
camo 283 ja 3aBpumja cryaujara. Ox HuB 7 paszsuja [1E.
Cpennara xoHneHtpanyja Ha IInI'® Bo IIE+Tpymara
Ha Tpyauunu Oerre 32.29pg/ml (1.06 MoM), noneka
cpenHata koHueHtpanuja Ha [1nl'® Bo IIE- rpymata
6eme 45.42 pg/ml (1.58 MoM’s). Paznukara mer'y KoH-
neHtpaiure Oenre craructidky 3nauajua (0.018 and
0.0113apg/ml u MoM cooaBeTHO).

3akayuok. Huckoro cepymckoro HuBO Ha [Inl'® Bo
MIPBUOT TpHUMecTap oJf OpeMEHOCTa € acOLHPaHO CO
ITOJTOIHEKHA TI0jaBa Ha PEEKIAMIICH]a.

Kiyunu 300poBu: npeekiamrcuja, npeaukiuja, [l o,
MIPB TPUMECTAP
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First trimestar PIGF and preeclamsia

Introduction

Preeclampsia (PE) is one of the leading causes of m-
aternal and perinatal morbidity and mortality. Among
the total number of fatal outcomes, preeclampsia (with
contribution of 12%) is settled on the third place as a
cause of maternal mortality behind postpartum hemo-
rrhage (PPH) and sepsis [1]. But, regarding the lowest
prevalence in comparison with other two (only 3.2%
for PE versus 10.5% for PPH and 4.4% for sepsis), PE
has the highest case-fatality rate i.e. PE can lead to fatal
outcome [1]. As for the fetus, every eighth to every forth
newborn (12-25%) with birth weight below 10 percen-
tiles has PE-related fetal growth restriction [2]; 15-20%
of all preterm deliveries are actually iatrogenic ones in
terms of PE treatment; a half of fetal demise cases has
a placental insufficiency (the essence of PE) as the
underlying cause [2,3].

The possibility for effective prediction of PE would
have substantial impact in outcome-improvement on
two levels: 1. by establishing intensive antenatal moni-
toring for the pregnant women recognized as high risk
patients and subsequently by providing early diagnosis
of PE and opportunity for timed delivery or patient’s
allocation to tertiary-care medical facility; and 2. by
undertaking measures for disease’s prevention. Aspirin
administration is such measure, which leads to a signi-
ficant reduction of PE development [4-6] by 62% to
82% [7], but only if its administration has been started
before the 16" week of pregnancy. This knowledge
clearly highlights the importance of effective PE
screening already in the first trimester of pregnancy.
Reduced placental growth factor (PIGF) precedes
clinical expression d of PE and therefore can be used
as an early marker [8-11], especially when patients do
not fulfill “classical” criteria for the diagnosis. These
findings give rise to the idea of evaluating the PIGF
concentration far before PE development and eventual
use of this marker for early PE screening.

Aim

The aim of this study was to determine if there was a
correlation between the serum level of PIGF in the first
trimester of pregnancy and subsequent PE development,
i.e. can this marker (measured in time when adequate
prevention of the disease is still possible) be used as a
screening tool for PE.

Material and methods

This study comprised pregnant women with the follo-
wing inclusion criteria: singleton pregnancy, gestational
age between 11*'-14*" weeks, i.e. crown-rump length
(CRL) 45-84 mm, maternal age of at least 18 years,
and simultaneously without not even one of the
following exclusion criteria: fetal demise, congenital

fetal anomalies, serious mental illness of the pregnant

woman, communication difficulties.

Recruiting of all pregnant women was done at their

first trimester of pregnancy who had visited the Special

Hospital for Obstetrics and Gynecology “Mother Teresa”

for aneuploidy screening by using Voluson E8 Expert

Ultrasound with 4D probe RM6C from GE Health

Care manufacturer, USA. The patients that had passed

the recruiting, by signing the informed consent partici-

pated in this study.

Regarding the design this was a prospective observa-

tional cohort study.

At the start point of the study (subjects in 11**-14**

weeks of gestation i.e. CRL 45-84 mm), all subjects

were questioned about their medical history. The data
were collected following the NICE protocol for PE
screening. Then, a venous blood was taken. According
to a standard protocol the serum was removed and
stored at -20° C until further analysis of PIGF
concentration. Measuring of concentration was done at
the Institute for Immunobiology and Human Genetics,

Medical Faculty, Skopje. The specimens were

transported to the Institute frozen, in accordance with

the cold chain rule. For quantitative analysis of PIGF,
commercially available kit Human PIGFQuantikine

HS ELISA kit (R&D Systems manufacturer, USA) was

used. Enzyme-linked immunosorbent assay was the

method, and the measuring was performed on Perkin

Elmer Wallac 1420 Victor2 platform (Perkin Elmer

manufacturer, USA).

During the study, at the 32", 34" 36™ and 38" weeks

of gestation all subjects were evaluated for PE. (Addi-

tional evaluations were made individually in case of
reporting symptoms by the subjects). The evaluation
was made according to the following protocol:

e At each control, blood pressure was measured.
The measuring was made by digital automatic
devise Omron M7, manufacturer Omron Healthcare
Co. LTD, Japan, which passed validation of the
European and British Society of Hypertension
[13]. Manufacturer recommendations for adequate
blood pressure measuring were respected. Subjects
with blood pressure bellow 140/90 did not undergo
additional investigations.

e From subjects with blood pressure > 140/90 mm
Hg, measured twice at least four hours apart, 24-
hour urine specimen was collected for evaluation
of proteinuria and the venous blood was taken for
evaluation of: creatinine, aspartate aminotransferase
(AST), alanine aminotransferase (ALT) and plate-
lets. The biochemical analysis was made accor-
ding to the standard procedure on fully automatic
biochemical analyzer Beckman Coulter AU 480
from the manufacturer Beckman Coulter, USA.

e Clinical evaluation for other systems dysfunction,
such as central nervous system (CNS) and liver
was made.
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e The study ended by establishing a diagnosis of
PE or by delivery without establishing a diagnosis.

e For diagnosis of preeclampsia the ACOG (The
American College of Obstetricians and Gynecolo-
gists) criteria were used, which are adopted by the
Ministry of Health of the Republic of North
Macedonia [14]:

e Hypertension which occurred for the first time
after the 20™ week of gestation, with values >
140/90 mm Hg on two occasions at least four hours
apart, with at least one of the following findings:

e Proteinuria > 0.3g/24-hour urine specimen, or >
0.3 protein (mg/dL)/creatinine (mg/dL) ratio or a
urine dipstick protein of 1+.

e  Other organs/systems involvement: renal insuffi-
ciency (creatinine>90 pumol/L); liver involvement:
(liver enzymes at least double concentration above
upper limit with or without epigastric or right upper
quadrant pain); hematological complications (plate-
lets <100000 mm™); neurological complications
(heavy headache, visual scotomas, blindness, stroke).

For the diagnosis of PE superimposed on a chronic

hypertension, stated criteria were followed, while for

the diagnosis of PE superimposed on preexisting renal
disease several other systems were evaluated.

Preterm termination of the study (drop out) was

foreseen in case of: abortion, impossibility of follow—

up or informed consent withdrawal.

Results

From the total of 332 first trimester pregnant women

who visited the Special Hospital for Obstetrics and

Gynecology “Mother Teresa” for aneuploidy screening,

25 were rejected on the following grounds:

e 5 gemelar pregnancies;

12 cases with CRL>84 mm;

3 patients younger than 18 years;

2 cases with NT>4 mm;

1 case of missed abortion;

1 case without obtained informed consent;

1 case of pregnant woman with poor communication.

From 307 subjects who began the study, 24 dropped

out the study on the following grounds:

e 13 cases with insufficient monitoring;

e 6 cases of abortion;

e 13 cases of termination of pregnancy due to fetal
anomalies.

The remaining 283 subjects completed the study.

Seven of them during the monitoring developed PE, 6

developed solely gestational hypertension, and the rest

270 did not show hypertensive disorder. Subjects’

characteristics are shown in Table 1.

Table 1. Maternal characteristics of the subjects

Characteristics PE- PE+
Number of cases 276 7(2.47%)
Age 28.6(18-43) 33(27-38)
Body mass index ( BMI) 25.7(15.8-46)  29.1(24.9-38.4)
Smoking 42(15.2 %) 3(42.8 %)
Parity
Nulliparous 137(49.6 %) 6 (85.7 %)
Parous 1
Method of conceiving
Spontaneous 271(98.2%) 7(100%)
Assisted with ovulatory drug 1(0.36%) 0
Assisted with IVF 4(1.45%) 0
History
Without positive history 218(79.0%) 4(57.1%)
Chronic hypertension 7(2.54%) 2(28.6%)
Diabetes 1(0.36%) 0
Chronic renal disease 0 0
APL Sy; SLE; 5(1.82%) 1(14.4%)
thrombophilia
Previous GH/PE 15(5.43%) 0
Family history of PE 30(10.9%)

Drugs

None 237(85.9%) 4(57.1%)
Antihypertensive 4(1.45%) 2(28.6%)
Aspirin 24(8.69%) 1(14.3%)
Clexane 11(3.98%) 0
Risk for PE according to NICE

Yes 39(14.1%) 4(57.1%)
No 237(85.9%) 3(42.8%)

The results obtained by measuring the PIGF concen-
tration are shown below:

Table 2. PIGF concentration expressed in pg/ml and MoM’s

PIGF concentration PE- PE+
ol 45.42 32.29
P9 (7.98-150.86)  (22.33- 46.92)
1.58 1.06
MoM (0.169- 4.005)  (0.48-1.699)

For comparison of the results in order to determine
statistical significance of difference, Mann-Whitney
test was used. Table 3 shows the level of significance.

Table3. Statistical significance of difference (Mann
Whitney test)

Statistical significance of

difference
p<0.05
PIGF pg/ml p=0.018
PIGF MoM’s p=0.011
Discussion

In this prospective study the prevalence of preec-
lampsia was 2.7%. This result is corresponding to
worldwide declared prevalence of preeclampsia for
Caucasians [1].

Nulliparous-parous correlation in PE+ group was 6:1,
which emphases the “protective” role of previous
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pregnancy without PE [15]. The only parous patient in
PE+ group had previous pregnancy complicated with PE.
PE+ group had higher mean age, higher BMI, positive
history for chronic hypertension, positive history for
previous pregnancy complicated with high blood pre-
ssure, which was again in agreement with findings in
the literature [16], but this study failed to show corre-
lation with positive family history.

Among nulliparous patients, NICE protocol predicted
risk in 50% of cases. This result is higher than previously
reported NICE protocol sensitivity (40%) [15-19], which
can be stemmed from small PE+ group.

The concentration of PIGF in pg/ml in PE+ group sho-
wed a statistically significant difference in comparison
with PE- group, even unfitted to the variables that in-
fluenced PIGF concentration. This finding was in agree-
ment with the results presented by other authors [20].
The Fetal-Maternal Foundation calculator was used for
including these variables. The final result expressed in
MoM’s (multiple of the median) was again signifi-
cantly lower in PE+ group in comparison with PE-
group, which was in agreement with previously pub-
lished studies [21-23].

Conclusion

The results obtained from this pilot study show that
there is a correlation between serum levels of PIGF
measured in the first trimester of pregnancy and sub-
sequent PE development.

This findings classified placental growth factor as a
biomarker for PE screening far before the onset of the
disease, in time when effective prevention is still po-
ssible, which is PIGF essential value.
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JAUCMEHOPEA, PU3UK ®AKTOPU KAJ YHUBEP3UTETCKA CTYJAEHTCKA IIOIIYJAIIMJA

BO PEIIYBJIMKA CEBEPHA MAKEJJOHUJA

DYSMENORRHEA, RISK FACTORS AMONG UNIVERSITY STUDENTS IN REPUBLIC OF

NORTH MACEDONIA

Daniela Ivanova Panova and Aleksandra Atanasova Boshku

University Clinic for Obstetrics and Gynecology, Medical Faculty, Skopje

Abstract

Aim. To find the prevalence of dysmenorrhea and to
evaluate the risk factors and evaluation of its characteristics.
Methods. A cross-sectional observational study con-
ducted in 853 young university students. The age ranged
between 19 to 22 years. A questionnaire specially designed
for the purpose of this study was used.

Results. Prevalence of dysmenorrhea was 72%. Our
study results showed that significant risk factors asso-
ciated with dysmenorrhea were: smoking cigarettes,
low or no physical activity, diet without meat, milk
and dairy products.

Conclusions. Dysmenorrhea is a very frequent condi-
tion which is seldom treated properly both by patients
and professionals.

Keywords: dysmenorrhea, risk factors, university students

AmncTpakrt

Mea. Jla ce yTBpau MpeBajieHIaTa HA TMCMEHOpea U Ja
Ce ONMUIIAT PU3UK (PaKTOPUTE 32 HEJ3UHO 0jaByBaIbE.
Mmetoau. [Ipeceuna crymuja Ha 853 CTyneHTKH Ha
Bo3pacT oa 18-22 roauHu. Anatka 3a UCHUTYBaWkETO
Oele MpamaJHAK CHENUjaHO TU3ajHUpaH 3a MoTpe-
OouTe Ha cTyaHjara.

Pesyararu. [lpeBaneniiara Ha gucmeHopea e 72%.
Kako pesynrar Ha oBaa cTymdja, CUTHH(DHKaHTHU
pu3nK (hakTOpH 3a MojaBa Ha JUCMEHOpea ce TojaBHja:
MyHICHhEe IUrapy, HEMamkbe MM MHOTY peTKa (QH3nuKa
AKTHBHOCT, UCXpaHa CHpOMAIIHA CO MECO, MIICKO U
MJICYHH TIPOU3BOTH.

3akay4dok. /lucMeHopeaTa € cocToj0a Koja ce jaByBa
MHOT'Y 4€CTO, a CEMaK PEeTKO € COOABETHO TPETHPaHa
KaKO OJI CTpaHa Ha MalUCHTUTE, TaKa M O]l CTpaHa Ha
npodecnoHaIuTe.

Kiyunn 360poBu: mucMeHopea, pu3HK (HaKTOpH,
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YHHUBEP3UTETCKHU CTYJEHTKH

Introduction

The menstrual bleeding-menses is a benchmark of the
menstrual cycle. The peeling of theendometrium results
from decay of corpus luteum in absence of pregnancy.
A cascade of reactions happen during this process such
as prostaglandin production, vessel constriction and
myometrial contractions [1]. This is aphysiological pro-
cess. During dysmenorrhea there is an overproduction
of prostaglandins, especially PgF2a, which results in
myometrial hypercontractility, excessive vasoconstric-
tion, further is chaemia that triggers release of more
prostaglandins, hypersensitisation of nerve endings,
which all result inpain. The pain is crampy, sometimes
compared with a renal colic; it may present as a lower
back pain, may irradiate to the legs or thighs or may be
dull aching sensation in lower abdomen. It is co-
mmonly accompanied with general symptomatology
like nausea, vomiting, sweating, bloating, diarrhea,
constipation, urgency to void frequently etc. The symp-
tomatology may vary in its intensity.

The pain is occurring before and/or simultaneously
with the onset of the menstrual bleeding and slowly
declines in intensity with days of menstruation. It is
often associated with positive familial anamnesis and
therefore often considered “normal” following the fa-
milial pattern [2].

Depending on the cause, dysmenorrhea may be prima-
ry (essential) or secondary (acquired) due to pelvic
pathology such as fibroids, endometriosis or pelvic in-
flammatory disease [3]. Primary dysmenorrhea is a con-
dition without underlying gynecological physical finding.
Dysmenorrhea is most common of all gynecological
symptoms in young adult females and causes inconve-
nience and disturbances in everydaylife, but due to the
perception that it is part of a “normal” process it is under-
estimated by patients and undertreated by professionals.
In some developed countries studies have calculated
the economic burden of dysmenorrhea. They report
that only in USA there is a loss of 2 billion US dollars
due to dysmenorrhea.
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There are studies about risk factors for dysmenorrhea
in many populations, but there is no such study con-
ducted among the population ofRNM. Thus, this is the
first study aimed at investigating the prevalence of
dysmenorrhea as well as the risk factors that may lead
to it in the Republic of North Macedonia.

Material and methods

The study was conducted after the approval of the
Ethics Committee at the Medical Faculty in Skopje.
This is a cross-sectional observational study performed
during the period of April and May 2015. A self-desig-
ned questionnaire was offered to all female students of
first and second year of their study at three of the State
Universities: Ss.Cyril and Methodius in Skopje, St.
Kliment Ohridski in Bitola and Goce Delcev in Shtip.
They were studying medicine, computer engineering
and security.

The sample size was calculated by having into account
several factors: significance and aim of the study, popu-
lation size, the risk of choosing bad sample as well as
acceptable mistake of the sample. For this study the
sample size was accepted based on the following two
parameters: the confidence interval (margin of error)
and confidence level. According to the data from the
State Statistical Office of the Republic of North Mace-
donia, female population aged between 18 and 24 years
is around 120.000, for accepted confidence intervalof
5% as well as accepted confidence level/ security of the
results of 95%, the calculated sample size is around
400 participants. We performed testing of the ques-
tionnaire on the targeted population before the final
publishing.

The questionnaire included demographic data, anthro-
pometric data-weight, height, BMI, nutritional habits,
lifestyle, smoking, menstrual history, presence of pain,
its intensity and management. The perception of pain
was self-measured by VAS (Visual Analogue Scale).
The participants were asked to mark the intensity of
pain on a 10 cm scale where 0 means “no pain” and 10
means “maximal-unbearable pain”. There were questions
about management of the pain as well as the need of
professional help.

The questionnaire was disseminated during breaks bet-
ween classes after the researchers explained to the stu-
dents the essence of completing the questionnaire.
Every questionnaire included an informed consent, and
only the students who signed it could proceed to
answer the questions. The time needed for completing
the forms was about 10-15 minutes, and during that
period the researchers were available for consultation.
This survey was on voluntary basis and only the stu-
dents who agreed to participate completed the ques-
tionnaire. There was neither reward nor negative con-

sequences for those who refused to participate.
The statistical analyses were performed using Microsoft
Excel, Statistica, release 7.

Results

The total number of participants was 847. The age of
the participants ranged between 18 and 22 years (mean
age=19.8).

The number of students that reported painful menses
over the past 12 months was 613, indicating dysmeno-
rrhea in72%. Regarding the intensity of the pain 11%
described it as mild, with VVAS score below 4, 55% ans-
wered with score between 4 and 7 which means mode-
rate dysmenorrhea and the rest 34% reported severe
dysmenorrhea.

Next we compared the attributes of those with dysme-
norrhea to those without dysmenorrhea.

The majority, 65.8%, had normal BMI (between 19
and 24.5), 18.7% were underweight with BMI below
19 and 14% were overweight between 24 and 30. Only
1.5% were reported to be obese. The percentage of
dysmenorrhea was lowest between normal BMI-
70.6%, and highest in the obese students -83.3%.
Among smokers 80.5% reported dysmenorrhea and
69% of non-smokers had dysmenorrhea. According to
their background, almost 72% of students from urban
settings had dysmenorrhea against 58.3% of those who
came from rural settings and reported having painful
menses.

There was no difference in presentation of
dysmenorrhea associated with religious beliefs (72%
vs. 70%) (Orthodox vs. Islam).

Practicing physical activity showed asignificant effect
on dysmenorrhea incidence.

Dietary habits as well as consumption of coffee, alcohol,
soda beverages were also analyzed.

Age of menarche did not show important for occu-
rrence of dysmenorrhea (mean age for both groups
was13 years). However, the menstrual pattern showed
no differences.

Eighty-three (83%) of dysmenorrhoic girls had regular
cycles on 23-35 days versus 82% without dysmenorrhea.
Most of the girls with dysmenorrhea (89%) had 3-7day
duration of their bleeding days. 58% of dysmenorrhoic
girls had normal bleeding pattern (10-20 sanitary pads
per cycle). Twenty-four (24%) needed less than 10 sani-
tary pads per cycle. Only 17% needed more than 20 pads.
Regarding the question about familial anamnesis of
dysmenorrhea, 49% answered positively, 27% did not
have dysmenorrhea in their families and 23% did not
know if someone of the female members had dysme-
norrhea.
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Table 1. Risk factors for dysmenorrhea in Republic of North Macedonia

Dysmenorrhea
Yes, N=613 (72.4%)  No, N=234 (27.6%) All, N=847
BMI
Yes, N=579 (72.3%)  No, N=222 (27.7%) All, N=801  p-value
Underweight 109 (72.7%) 41 (27.3%) 150 (18.7%)
Normal 372 (70.6%) 155 (29.4%) 527 (65.8%) 0.03
Overweight 88 (78.6%) 24 (21.4%) 112 (14.0%) ’
Obesity 10 (83.3%) 2 (16.7%) 12 (1.5%)
Smoking
Yes, N=611 (72.3%)  No, N=234 (27.7%) All,N=845  p-value
Smokers 165 (80.5%) 40 (19.5%) 205 (24.3%) 0.02
Non smokers 446 (69.7%) 194 (30.3%) 640 (75.7%) ’
Place of living
Yes, N=589 (69.9%) No, N=252 (30.1%) All, N=383 p-value
Urban 519 (71.8%) 204 (28.2%) 723 (86.3%) 0.35
Rural 67 (58.3%) 48 (41.7%) 115 (3.7%) ’
Religious beliefs
Yes, N=609 (72.3%)  No, N=233 (27.7%) All, N=842  p-value
Orthodox 493 (72.0%) 192 (28.0%) 685 (81.4%)
Islam 79 (70.5%) 33 (29.5%) 122 (13.3%) 0.44
Atheist 34 (81.0%) 8(19.0) 42 (5.0%) ’
Other 3 (100%) 0 (0%) 3(0.4%)
Physical activities
Yes, N=610 (72.4%)  No, N=232 (27.6%) All,N=842  p-value
No or once a week 411 (75.7%) 132 (24.3%) 543 (64.5%) 0.02
Twice a week 130 (67.4%) 63 (32.6%) 193 (22.9%)
3 times and more 69 (65.1%) 37 (34.9%) 106 (12.6%)
Dysmenorrhea in family members
Yes, N=609 (74.0%)  No, N=214 (26.0%) All, N=823  p-value
Yes 300 (84.5%) 55 (15.5%) 355 (43.1%)
No 168 (57.7%) 123 (42.3%) 291 (35.4%) 0.00
Don't know 141 (79.7%) 36 (20.3%) 177 (21.5%)

Of all girls with dysmenorrhea only 50% visited a
gynecologist.

71.5% of the students answered that dysmenorrhea
limited their everyday activities.

The 90% of the students with dysmenorrhoea self-
medicated and 72% of them used NSAID.

Regarding the alternative methods, 34% of girls used
antalgic position and bed rest, 24% used hot pads on
the abdomen, 20% drank hot beverages-tea, 11% used
massage to relieve pain.

Discussion

The prevalence of dysmenorrhea in our study was72%.
The reported prevalence in the literature varies largely,
between 16% to 90%. This is so, because the studies
were performed on various populations with vast di-
fferences in age, parity, culture etc. The study of Andersch
and Milsom from Sweden performed on a cohort of
19-year-olds showed prevalence of dysmenorrhea of
72.4%,which is agreement with the results obtained
for our population with age ranging from 19 to 22
years [4]. According to literature probably ageing and
parity have beneficial effect on primary dysmenorrhea.
Our study results showed that significant risk factors
associated with dysmenorrhea were: smoking cigare-

ttes, low or no physical activity, diet without meat,
milk and dairy products.

The BMI and its association with dysmenorrhea has
been a subject of many studies and most of them
oppose each other. For example, the Indian study
including 400 girls from urban and rural origin showed
a higher incidence of dysmenorrhea in the rural
population and in the group of underweight girls. This
led to the conclusion that improvement of nutritional
status should lead to pain reduction [5,6]. Similar to
this is the study of Rafique and Al-Sheikh comprising
370 female students in Saudi Arabia [7]. A longitudi-
nal study of Ju H. et al. which followed-up a total of
9688 females aged between 20 and27 years in a 13-
year-period, found an U-shaped association between
dysmenorrhea and BMI, revealing a higher risk of
dysmenorrhea for both underweight and obese women.
They concluded that maintaining a healthy weight over
time may be important for women to have pain-free
periods [8]. Our results have confirmed this theory and
have shown that the incidence of dysmenorrhea was
higher if the BMI was higher than normal (>24.5). The
BMI showed to be a significant factor for dysmeno-
rrhea (p=0.03).

Tobacco smoking is a frequent risk behavior in modern
society. A single cigarette contains over 400 chemical
compounds, some of which are toxic and carcinogenic
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for the female reproductive system[9].Nicotine has a
vasoconstrictive effect, which leads to decreased amount
of blood flow in the endometrium and its hypoxia that
results in tissue degradation and production of prostag-
landins causing pain [10]. A meta-analysis about the
relationship between smoking and dysmenorrhea con-
cluded that there was a significant association between
smoking and dysmenorrhea, thus providing a new app-
roach for prevention of dysmenorrhea for the policy-
makers [11]. Our results have confirmed that between
smokers there were more cases of dysmenorrhea and
concluded that it was a significant risk factor (p=0.03).
According to the origin, rural versus urban setting, our
subjects from rural places had less dysmenorrhea com-
pared to those from urban setting (58.3% versus 72%).
This might be due to environmental, nutritional or other
factors, which has to be subject to some further studies.
Nevertheless, there was no statistically significant di-
fference (p=0.35).

Our students seldom practiced physical activity! Sixty-
four (64%) of them declared they did not visit gym or
recreate, or they did that once a week. This might be a
result of their time spent at lectures and taking exams,
but not having healthy habits as well [12]. Hence, not
practicing physical activity proved to be a significant
risk factor for dysmenorrhea (p=0.05). This finding is
very important from public health point of view. It can
be recommended to plan the classes at the universities
by inclusion of physical activities and sport.

The nutritional habits of our population showed that
consumption of milk and dairy products and meat had
an impact on dysmenorrhea prevalence (p-value less
than 0.05).Consumption of calcium, magnesium and
protein have beneficial effect on dysmenorrhea [13].
Unlike other studies we found no significance in
consumption of fish and omega-3 reach products. This
leads to conclusion that nutrition is very important in
association with dysmenorrhea. Several studies have
shown that even rhythmicity of feeding plays a role in
occurrence of dysmenorrheal [14].

Analyzing the habits of drinking coffee and soda beve-
rages did not lead to the expected conclusion as a sig-
nificant risk factor for dysmenorrhea unlike the studies
in Serbia and Iran [15,16]. We also did not find an
association between drinking alcohol and fast food
consumption with prevalence of dysmenorrhea.

Age of menarche was not connected to higher inci-
dence of dysmenorrhea in our study, unlike the studies
in Hong Kong, Nigeria, Japan and Serbia [14,17,18].
Familial history of dysmenorrhea appeared to be a
very significant factor in our population (p=0.00). This
is in agreement with the results of other studies. The
reason may be a “learned” behavior from the female
family members [19], but a genetic predisposition through
metabolic gene polymorphisms as well [20].

Conclusion

Dysmenorrhea is the most common complaint in adoles-
cent and young adult age. It causes repetitive health
issues which interfere with the lives of girls, their
responsibilities and obligations at school causing absence
from activities. By pointing out the problem and ma-
king it more visible the gynecologists and the public
health policy makers should fight for health education
of this vulnerable population. Building healthy lifestyle
habits should make benefit for the health in general.
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Abstract

Introduction. Cubital tunnel syndrome is the second
most common compressive neuropathy in the upper limb.
The diagnosis of cubital tunnel syndrome is primarily
clinical. A thorough history should include the onset
of symptoms, presence of grip or pinch weakness,
numbness and the chronicity of the condition.
Methods. Depending on symptoms and clinical signs,
the surgical methods of choice include in situ open
decompression, submuscular transposition, intramuscular
transposition, subcutaneous transposition and medial
epicondylectomy. APubMed search was conducted and
published articles were comparedusing predetermined
criteria. Data collected showed the follow-up of patients’
surgical treatment with different surgical approaches.
The percentage results are shown as combined good
and excellent outcomes.

Results. Despite the different scoring scales used and
difficulty comparing studies directly, the bulk of single
technique outcomes studies and multi-technique com-
parative studies demonstrate that all surgical techniques
discussed are effective treatment methods for cubital
tunnel syndrome, but fail to demonstrate one technique
to be uniformly superior to another.

Conclusion. The literature, articles and casereports, state
that all of the techniques are generally effective. Com-
parative studies show no statistical difference in out-
comes with any presentedtechnique. One conclusion is
obvious that transposition should be performed only
when subluxation of the nerve is present. In conclu-
sion, there is no superior technique and no gold stan-
dard in treatment ofcubital tunnel syndrome.

Keywords: cubital tunnel, ulnar nerve, decompression,
transposition, ulnar neuropathy
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Ancrpakr

BoBea. CuHapoMOT Ha KyOWTATHHOT KaHAI € BTOpa
HajyecTa KOMIIPECHBHA HEBPOINAaTHja HA TOPHUOT €K-
cTpemuteT. JMjarHo3ara Ha OBOj CHHIPOM € MPHMApHO
kinHKYKa. L{enocHara ncropuja Ha Gonecta BKIydyBa
rojaBa Ha CHMIITOMHTE, TPUCYCTBO Ha claboOCT MpHU
3rpam4yBamke WK MITUICHHECO MIaKaTa, OTPIIHATOCT U
camara XpOHUYHOCT Ha cocTojOara.

Metoau. Bo 3aBHCHOCT 011 TOa KaKBU C€ CUMIITOMHUTE,
XUPYPIIKUTE TPETMAaHHU HA M300p ce ACKOMIIpecHja Ha
CaMOTO MeCTO, CYOMYCKyJIapHa TPaHCIIO3HUIINja, HHTPA-
MYCKyJIapHa TPaHCIIO3HUIIH]ja, IIOTKOKHA TPAHCIO3UIIH-
ja ¥ MeaujamHa enukomwiekromuja. Criopen Kpurte-
pUyMHUTE 32 OBOj CHHIpPOM ce Oapaa W crmopenyBaa
TpyAoBH kKou ce oOjaBeHu Ha PubMed. Mudopma-
LOUHUTE O] ONIOPABOKOT HA MAIMEHTHTE TOCIIE Pa3THAI-
HHU XUPYPIIKU TPETMaHH HA OBOj CHHAPOM C€ I'pyIu-
paa u anammsupaa. Ce pasrieayBaiie MPOICHTOT Ha
no0ap 1 OITUYEH UCXOT O OTIEPATHBHUOT TPETMAH.
Pe3yararu. be3 paznuka Ha HAYMHOT HA OLIEHYBAaHE
Kaj Pa3IHyYHM CTYAUH U HEMOXXHOCTA Ja Ce CropeaaT
IUPEKTHO, Ce TIPUMETYBa JAeKa UCXOMOT Kaj pa3TdIHUTE
HAYMHM Ha OINECPATUBEH TPETMaH CHUTE UMaaT 3aJI0BO-
JMTEJIHO HUBO HA omopaByBame. He Moxe na ce u3-
JIBOM €JICH TIPHCTAI KOoj O OHJ1 mogo6ap oJ IpyTuTe.
3akay4ok. Jluteparypara, TpyAOBUTE U PUKA3HUTE HA
CllyyaeBU, HHM IMOKAXYBaaT JeKa CHUTE MPHUCTANU CE
reHeparHo epekTuBHU. He mocron cratucTmdka pas-
JHMKa BO PE3YNTATOT O]l PA3IHMYHHUTE XUPYPIIKU TEX-
HUKH. EfeH 3aKiIydyok MOXKe Ja Ce H3IBOM, a Toa ¢
JIeKa TpaHCIo3uIija Tpeba /1a ce HallpaBH Kaj HEPB KOj
JTyKCHpa OX NeKuITeTo. He mocron 31aTeH cranmaps
npu TpetMad Ha CHHAPOMOT Ha KyOUTATHHOT KaHaJl.

Kuyunu 300poBu: KyOuTaneH KaHal, YJIHapeH HEpB,
JIEKOMITpECH]ja, TPAHCIIO3UITHja, yTHApHA HEBPOIaTHja

Introduction

Cubital tunnel syndrome is the second most common
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compressive neuropathy in the upper limb. Its history
dates back to the 1807 when a 14-year-old girl presen-
ted to Dr. Henry Earle with a 3-year history of hyper-
sensitivity and pain in the ulnar nerve distribution that
prevented sleep. At one point, her pain was so severe
that Mr. Earle (1816) transected her ulnar nerve above
the medial epicondyle of the humerus. Intraoperative-
ly, he noted that the epineurium of the ulnar nerve
behind the medial condyle was firmer and thicker than
normal. After surgery, the patient had permanent ulnar
nerve deficit but was cured of her pain [1].

The ulnar nerve (C7, C8, Thl) is formed directly from
the medial branch of brachial plexus. The nerve is
medial to the axillary and brachial artery and medial to
the brachial vein until it reaches the medial part of the
humerus. The arcade of Struthers is a deep brachial
fascial band that joins the intermuscular septum and
invests the ulnar nerve approximately 8 cm proximal
to the medial epicondyle. About 4 cm distal to the
medial epicondyle, the nerve gives a motor branch for
theflexor carpi ulnaris muscle, and few centimeters
distally it innervates the ulnar part of flexor digitorum
profundus muscle. The ulnar nerve travels posterior to
the medial epicondyle and medial to the olecranon to
enter the cubital tunnel. The tunnel roof comprises a
tight fascial layer that extends from the flexor carpi
ulnaris muscle (FCU) to the arcuate ligament of Osborne,
while the floor is defined by the ulnar collateral liga-
ment. Upon exiting the cubital tunnel, the ulnar nerve
travels into the forearm between the ulnar and humeral
FCU heads, then deep to the deep flexor pronator
aponeurosis [2].

The diagnosis of cubital tunnel syndrome is primarily
clinical, as electrodiagnostic tests can often be nega-
tive despite significant symptoms and exam findings.
A thorough history should include the onset of sym-
ptoms, presence of grip or pinch weakness, numbness,
aggravating and alleviating activities, comorbidities
(i.e., diabetes, peripheral neuropathies), and previous
elbow trauma. Perhaps the single most important
feature of history, however, is the chronicity of the
symptoms. Intermittent symptoms elicited by elbow
flexion are likely due to transient ischemia of the nerve
and will respond well to treatment. Constant numbness
or weakness responds less predictably to surgery.
Numbness and paresthesias are the most common
presenting features in early cubital tunnel syndrome,
with pain developing later in the condition. Patient
complaints of loss of dexterity suggest intrinsic muscle
weakness. There are many diagnostic tests that can
determine this nerve entrapmentsyndrome. Usually
electromyography is useful because it demonstrates
block or slower motor conduction of the nerve at the
region of the elbow. Other diagnostic methods are X-
ray of the elbow, computer tomography (CT) scan,
MRI or ultrasonography. A scale used by McGowan
can be used to classify the pain and the dysfunction

caused by the ulnar nerve compression, where grade |
dysfunction is characterized by transient paresthesias
and subjective weakness. Grade Il dysfunction presents
with intermittent paresthesias and objective weakness.
Grade Ill is defined by constant paresthesias and
measurable weakness. There are few clinical signs of
unlar nerve palsy. Duchenne’s sign or claw or intrinsi-
cminus deformity, is hyperextension of proximal pha-
lanx with flexion of middle and distal phalanges caused
by paralysis of lumbricals and interossei muscles.
Masse’s sign is flattening of the dorsal transverse me-
tacarpal arch caused by hypothenar paralysis and loss
of the fifth metacarpal supination. Wartenberg’s sign
is ulnar deviation and weak adduction of the small
finger caused by unopposed pull of extensor digiti
minimi. Froment’s sign is hyperflexion of thumb distal
phalanx and supination of index during attempted key
pinch caused by atrophy of adductor pollicis and first
dorsal interosseous muscles. Jeanne’s sign is hyperex-
tension deformity of thumb metacarpophalangeal joint
caused by compensatory instability [3]. The treatment
of this condition depends on the clinical presentation
of the patient. If the symptoms are mild or intermi-
ttent, patients can be treated non-surgically, such as
activity modification, splinting, and physiotherapy, and
the outcome is highly satisfactory. Once the symptoms
begin to be permanent, surgical treatment should be
considered. There are few surgical methods we use
when treating this condition. Depending on the symptoms
and the clinical signs, the methods of choice include in
situ open decompression, submuscular transposition,
intramuscular transposition, subcutaneous transposition
and medial epicondylectomy.

Material and methods

The methods of choice for surgical treatment of cubital
tunnel syndrome are described in brief. Approaches
for treatment include in situ open decompression, sub-
muscular transposition, intramuscular transposition, sub-
cutaneous transposition and medial epicondylectomy.

In situ open (simple) decompression

The first described approach is open in situ (simple)
decompression. A 6-10-cm incision is made along the
course of the ulnar nerve between the olecranon and
medial epicondyle. This procedure is using the wide-
awake approach (local infiltration without sedation or
tourniquet). Field infiltration of local lidocanie and
epinephrine is performed beginning 8-10 cm proximal
to the medial epicondyle to ensure anesthesia in the
medial antebrachial cutaneous nerve distribution. Care
should be taken to avoid branches of this nerve during
subsequent dissection. Beginning proximally, the arcade
of Struthers is released, followed by Osborne’s liga-
ment and the FCU fascia. The ulnar nerve is left undis-
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turbed in its bed. The elbow is placed through a range
of motion to check for any residual compression sites
or subluxation of the nerve [4].

Submuscular transposition

With elbow flexion, the ulnar nerve is placed under
tension and compression as the cubital tunnel volume
decreases. The goal of transposition is to move the
nerve anterior to the axis of elbow flexion, thereby
decreasing tension on the nerve. Critics of this tech-
nique thinkthat dissection of the nerve from its bed
compromises the segmental blood supply of the nerve.
Transposition may also lead to more local numbness
and discomfort than simple decompression due to the
sacrifice of a greater number of local cutaneous and
articular sensory branches. As in simple in situ decom-
pression, the proximal nerve is identified and traced
distally following release of the arcade of Struthers. To
prevent the formation of a new compression site
proximally, a segment of the intramuscular septum is
excised; care must be taken to avoid injury to the
venous plexus associated with the septum. The nerve
is then unroofed to the level of the deep flexor
pronator aponeurosis. A vessel loop is placed around
the nerve to provide gentle traction while the nerve is
dissected free from its bed and transposed anterior to
the medial epicondyle. The motor branches to the FCU
and the FDP are preserved. The flexor pronator
muscle mass is divided 1-2 cm distal to the medial
epicondyle. The median nerve must be identified and
preserved. The flexor pronator mass is repaired over
the transposed nerve with a stepwise lengthening
technigue to avoid causing a new compression site .

Intramuscular transposition

Intramuscular transposition is another technique used
in combination with anterior transposition. Instead of
elevating the entirety of the flexor pronator muscle
mass to maintain the ulnar nerve anterior to the medial
epicondyle, the intramuscular technique involves making
a groove in the flexor pronator mass. Opponents tothis-
technique thinkthat the absence of a natural tissue
plane results in a scarred bed around the nerve that can
itself lead to nerve compression.

Subcutaneous transposition

After anterior transposition, many surgeons prefer to
leave the nerve in a subcutaneous position. Instead of
elevating the flexor pronator mass, the ulnar nerve is
maintained in its transposed position by suturing the
loose epineurium to the forearm fascia. Alternatively,
a small sling can be created by suturing the subcuta-
neous tissue from the anterolateral skin flap to the fascia
overlying the medial epicondyle, or by suturing a strip

of elevated muscle fascia to the overlying dermis. To
prevent subluxation of the nerve back into its native
bed, the roof of the cubital tunnel may be reapproxi-
mated [5].

Medial epicondylectomy

In the medial epicondylectomy technique, the nerve is
dissected as in a simple in situdecompression. The
medial epicondyle is exposed in a subperiosteal plane,
maintaining the origin of the flexor pronator mass
with the periosteum. The anteromedial edge of the
epicondyle is scored with an osteotome. The epicon-
dylectomy is performed along a plane midway bet-
ween the sagittal and coronal planes of the humerus,
all the while preserving the attachments of the ulnar
collateral ligament. The flexor pronator origin is then
reattached over the epicondylectomy site.

Many different scoring scales are used across these
studies, however most studies group outcomes into
Excellent, Good, Fair, Satisfactory, and Poor. Some of
the scales used in determination of the condition are
the McGowan improvement scale, Bishop score, Lsu
(Louisiana State University) grade, Wilson and Krout,
Gabel Amadio, MacDermid, Messina classification
and of course the subjective assessment and the patient
satisfaction. A PubMed search was conducted and
published articles were comparedusing predetermined
criteria. Data collected showed the follow-up of the
surgical treatment of patients with different surgical
approaches. The percentage results are shown as
combined good and excellent outcomes.

Results
In situ open (simple) decompression

The poorest outcome wasdescribed by Barterls et al.
with 65.3% of combined good and excellent percen-
tage [6]. Those with the best combined good and excellent
percentages outcomes, both limited by notably small
sample sizes, were Cho et al. and Keiner et al. with
100% and 94.1%, respectively [7, 8]. Most of the other
studies presentedfrom 78 to 91% of combined good
and excellent percentage outcomes.

Complication rates, while not uniformly reported, are
generally low with this technique. Most frequent were
incisional tenderness, as well as numbness in the dis-
tribution of the median antebrachial cutaneous nerve
(MACN), followed by the less common superficial
infections and wound dehiscence. Incisional length
varied widely, but often as long as 8-10 cmor more,
which poses a substantial threat of injury to the
MACN, as well as increased postoperative pain and
healing time, which are established consequences of
open surgery and large incisions [9].
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Submuscular transposition

Both Gervasio and Gambardella with a combined good
and excellent percentage of 87% [10] and Davis and
Bulluss with 82.5% of patients improving at least one
Louisiana State University grade, [11] have demon-
strated good results with this technique, with only one
complication of MACN distribution numbness between
the two studies. The main advantage of this technique
compared tothe other transposition techniques is the
protection offered by the overlying muscle, but there
have beenno studies that demonstrate any degree of
superiority over any of the techniques discussed.
Submuscular placement may be preferable when the
patient has little subcutaneous tissue to protect the
nerve but transposition is necessary due to subluxation
of the nerve.

Intramuscular transposition

Kleinman et al. retrospectively analyzed 52 procedures
in 48 patients, finding a combined good and excellent
percentage of 87%. They noted that many detractors of
the technique previously were concerned about
scarring within the muscle bed or traction forces on the
nerve, but these concerns have yet to be proven and no
complications were noted in this study [12]. Only one
comparative study, was found, that of Emamhadi etal.,
presenting intramuscular transposition to have better
motor outcomes than subcutaneous transposition, but
equivalent pain and sensory outcomes between the two
groups [13]. It was posited by Kleinman that adequate
release of the fibrous aponeurosis and intermuscular
septum, between the flexor and pronator muscles, in
addition to the creation of a 5 mm trough fashioned
into the musculature, allows free movement of the
ulnar nerve in a well-vascularized bed providing a
better environment for healing and protection than the
subcutaneous location.

Subcutaneous transposition

In 2015, Lima et al. demonstrated 77.7% of combined
good and excellent percentage with complications of
scar pain, paresthesia and early superficial infection. A
recent meta-analysis by Chen etal. concluded that out-
comes were equivalent between subcutaneous transpo-
sition and in situ decompression; however, subcutaneous
transposition had a significantly higher complication
rate [14].

Overall, there is no evidence to suggest subcutaneous
transposition to besuperior to in situ decompression,
and that outcomes are likely comparable between the
two techniques. Except in the case of a nerve subluxa-
tion on exam, which over time may cause chronic
irritation which is relieved by transposition, it may be
preferable to perform in situ decompression as the de

facto procedure in order to preserve the vascular supply
which is disrupted by transposition. However, many
proponents of the procedure argue that the anastomo-
ses between proximal and distal vascular supply to the
nerve negates this point. The nerve is more exposed to
potential trauma in its post-transposition location, with
only the skin and small amount of subcutaneous tissue
protecting it from external forces as compared to being
protected by the bony structures of the elbow and
several layers of overlying tissue in its native position.

Medial epicondylectomy

Twenty-one case series reported on 886 medial epi-
condylectomies. The mean percentage of patients ob-
taining improvement of one or more McGowan grade
was 79%. The mean percentage obtaining a good and
excellent Wilson Krout grade of outcome was 83%. Of
six comparative studies, two showed no significant
differences in outcomes between medial epicondylec-
tomy and transposition procedures, and three reported
better outcomes with medial epicondylectomy. One
reported similar outcomes with medial epicondylec-
tomy and simple decompression [15].

Discussion

Despite the different scoring scales used and difficulty
comparing studies directly, the bulk of single technique
outcomes studies and multi-technique comparative stu-
dies demonstrate that all surgical techniques discussed
are effective treatment methods for cubital tunnel
syndrome, but fail to demonstrate any technique to be
uniformly superior to another, except in the case of
ulnar nerve subluxation in which transposition is ge-
nerally preferred. While anterior transposition is widely
accepted as the preferred method for treating cubital
tunnel syndrome where ulnar nerve subluxation is
present, it seems there are no studies specifically
comparing in  situ decompression against anterior
transposition in this specific subset of patients. Studies
that compared simple decompression against anterior
transposition showed that specific group of patients
with subluxation of the nerve experienced distinctly
better results when treated with anterior transposition
rather than with simple decompression, but that overall
there was no significant difference between the two
groups. Except for these two studies,it seems there is
no evidence supporting the widely held belief that
transposition is superior for this subset of patients.

Simple decompression has been shown to be effective
in treating cubital tunnel syndrome, with results equi-
valent to those of anterior transposition. Similarly, a
retrospective study comparing medial epicondylectomy
alone with medial epicondylectomy and anterior sub-
cutaneous transposition showed no differences. Two
meta-analyses compared the outcomes of simple decom-
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pression and anterior transposition techniques, butfailed
to find a significant difference between surgical tech-
niques, although one of the studies did observe a trend
toward improved outcomes with anterior transposition.
The major limitation of the meta-analyses in cubital
tunnel syndrome remains a lack of reliable, reprodu-
cible, and valid outcome measures. The posterior branch
of the medial antebrachial cutaneous nerve (MACN) is
at potential risk of injury during both simple decom-
pression and anterior transposition. Injury to the nerve
can result in a painful neuroma and hyperesthesia.
Ulnar nerve subluxation following simple decompre-
ssion can lead to a persistent pain and is addressed by
anterior transposition. Medial epicondylectomy is comp-
licated by a persistent elbow pain in up to 45% of
patients. Incomplete decompression is effectively add-
ressed through a thorough reassessment for points of
persistent compression followed by an anterior trans-
position. If there is a significant amount of perineural
scarring associated with symptoms, the addition of
soft-tissue coverage in the form of a muscle flap, fat
flap, or vein wrapping may be considered.

Conclusion

The literature, articles and casesreported state that all
of the techniques are generally effective.When consi-
dering the various techniques with roughly equal effi-
cacy, many authors suggest choosing techniques that
will minimize incision size and degree of tissue dissec-
tion, operating time, post-operative complication rates.
The predominant role has the surgeon, who has to
decide which approach to choose. Some surgical app-
roaches are more invasive than others. Less invasive
techniques lead to shorter healing times, less pain and
decreased operative times. The rates of infection are
decreasing. Comparative studies show no statistical di-
fference in outcomes with any technique. One conclu-
sion is obvious that transposition should be performed
only when subluxation of the nerve is present. In
conclusion, there is no superior technique and no gold
standard in treatment ofcubital tunnel syndrome.

Conflict of interest statement. None declared.
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ROLE OF CYTOKINES AND THEIR PRESENCE IN THE AMNIOTIC LIQUID AS A SIGN OF
EARLY DETECTION OF PREMATURE BIRTH IN PREGNANT WOMEN
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Abstract

Introduction. Cytokines play a significant role in the
pregnancy. They are very powerful and important me-
diators of the cell growth as well as regulators of the
immune and inflammatory reactions. Several cytokines
(IL-1, IL-6, IL-8, TNF- alfa) are of crucial importance
during the pregnancy since they are produced by the
placentain the amniotic fluid, in case there is intraute-
rine inflammation. Inpatients with premature birth, the
intrauterine inflammation and infection is often present
and leads to inflammatory syndrome of the human fetus.
The intrauterine infection of the choriodecidual space
and the amniotic fluid are the most common reasons
for this obstetric complication, hence the most commonly
examined etiologic factor.

Aim. The study was conducted in order to prove the
ratiobetween the increased level ofIL-6in the amniotic
liquid at the beginning of the second trimester (16-22
g.w.) and the premature birth (< 36 g.w.).

Methods. This is a case control study that has included
36 patientsso far.The pregnant women wererecruited
fromthe Clinic of Gynaecology and Obstetrics. They
all gave a signed consent on being informed about the
aims of the study, and following the protocol, they were
analyzed and examinedi. e. all patients under went ultra-
sound examination, vaginal cervicometry; cervical and
vaginal swabs were taken and 5 ml. amniotic fluid du-
ring the process of amniocentesis.

The study was performed at the Clinic ofGynaecology
and Obstetrics, the Institute of Microbiology and Para-
sitologyas well as the Institute oflmmunology and Hu-
man Genetics.

Results. The results obtained inthisstudy have confirmed
the role of the cytokines i.e. they have shown an in-
crease when there is inflammation in the intrauterine

Correspondence to: Katerina Nikoloska, University Clinic of
Gynecology and Obstetrics, 1000 Skopje, R. N. Macedonia; E-mail:
katerinadudeska@hotmail.com

cavity which could lead in future to premature birth.
There was an association between the risk of premature
birth and positive cervical and vaginal swabs, length of cer-
vix, and not a single case showed positive amnio-culture.

Keywords: premature birth, amniotic fluid, cytokines,
IL-6, amniocentesis,pregnancy

Ancrpakrt

Bosen. lluroxkuHHTEe MrpaaT MHOTY BaXKHa yJiora BO
OpemeHocTa. THe ce MHOTY CHUTHH W BaKHH MEIHjaTo-
PH Ha KJIETOYEH PACT U PETyIaTOpH HA IMYHOJIOIIKH U
uH(pramatopan peakunu. Hekonky mmroxunm (IL-1,
IL-6, IL-8, TNF-alfa) ce ox MCKIyYHTENHO 3HAYECEHHE
BO OpeMeHOCTa U UCTHTE Ce MPOAYLUpaaT O CTpaHa Ha
HOCTEJIKaTa BO aMHHUOHCKATa TEYHOCT, JTOKOJIKY I10C-
TOU MHTpayTepuHa MH(pIaMaruja. Kaj manueHTkn kaj
KOH HacTaHyBa MPEIBPEMEHO MOPOAYBahe, HHTPAyTEPH-
Ha nH}IamManyja 1 HHPEKIHja € MHOTY YeCTO NPUCYT-
Ha 1 BOJM JI0 MH(IIAMAI[IOHEH CHHIIPOM U Ha IUIOZOT.
WHTpayreprHa WHQEKIMja HA XOPHUOJCIHITYATHHOT
MIPOCTOp U aMHHOHCKATa TEYHOCT € HajuecTa MPHIrNHa
3a HaCTaHyBame Ha OBaa 00CTETpHUYKa KOMIUIMKAIIH]a,
a CO TOA ¥ HAjYeCTO UCIIUTYBAH €THOJIOMIKH (haKTop.
Ien. OBaa cTyamja Oelre CpoBeieHa 3a J1a ce JOKaKe
COOJIHOCOT Ha ITOKauyeHoTOo HuBO Ha |L-6 BO amHMOH-
CKara TEYHOCT BO MOYETOKOT Ha BTOPHUOT TpHUMeECTap
(16-22 r.H.) UIpeaBPEMEHOTO MOPOAyBake (<36 T.H.).
Metoau. Bo pamkuTe Ha cTyaujaTa Jocera ce oopado-
TeHn 36 marmentkd. Cranysa 360p 3a case control cry-
mja. TpymaunuTe ce perpyrupanu Ha Kimamkara 3a
I'muekonoruja u AKymiepcTBoO Kaje Mo MOTNHIIAHATA
UH(POPMHUpaHa COTTIACHOCT TI0 MMPOTOKOJI HCTUTE CE 00-
pabOTEeHH OJTHOCHO Ha CUTE MAMEHTKH UM € HallpaBeH
€X0 TperJiesl, BarMHalHa [IEPBUKOMETPH]ja, 3eMEHHU ce
[EPBUKAIHN M BarHHAIIHK OPHCEBH U 5 MJI aMHHUOHCKA
TEYHOCT IIPH M3BEAYBabe Ha caMaTa aMHHOLICHTE3a.
Crynujara ce m3BeayBa Ha KimHMKara 3a THHEKOJIO-
THja U aKymepcTBo, MHCTUTYTOT 3a MUKPOOHOJIOTHjan
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napasuToiorija u MIHCTUTYTOT 3a UMYHOJIOTHja U XY-
MaHa TeHEeTHKa.

Pe3ysaratu. Bo paMku Ha cTynujata 10OUEHUTE pe3yi-
TaTW ja HOTBP/YyBaaT yjorara Ha IATOKUHHUTE OJHOCHO
HUBHO 3TOJIEMYBamke TPH MOCTOCHE Ha MH(IaMaIja
BO MHTpAayTepUHATA MMPa3HWHA KOja BO MIHUHA OU J0-
Bela J0 TpeIBpeMeHO NopojyBame. lcnuTyBaHaTa
rpylla Ha OBHE NAIWEHTU IOKaka IMOBP3aHOCT IIPU
3rojieMyBame Ha ITUTOKKWHOT |L-6 1 mpeaspeMeHo mno-
poxyBame. McTo Taka nmokaxa IoBp3aHOCT HA PHU3HKOT
OJ1 TIPEIIBPEMEHOTO MOPOTYBAE CO IIO3UTHBHUTE LIEPBH-
KaJIHA ¥ BarWHAJHHU OpUCEBH, JOJDKHHA Ha IEPBUCKOT,
a BO HHEJIEH CITy4aj He ce 100M TIO3UTHBHA aMHHOKYIITYpa.

Kuryunu 300poBH: penBpeMeHo MOpoyBamke, AMHIOHCKA
TEYHOCT, HIMTOKHUHH, |L-6, aMHUOLIEHTE3a, OpeMeHOCT

Introduction

Cytokines play an important role during the pregnancy
[1-3]. They are very powerful mediators for the cell
growth as well as regulators of immune and inflamma-
tory reactions. They are either polypeptides or glycopep-
tides which act through specific receptors in the cell it
self and the cell membrane [4]. They can be positive or
negative regulator of the immune response. They are
messengers which together with hormones and neuro-
transmitters belong to the group of most important
communication materials between cells [5]. Cytokines
transfer the information to the target cell which coin-
cides with its receptor. That is how activation and change
in the target cells occur [7,8].

Cytokines act as powerful molecules which are re-
leased from the cells and then transported to other
parts of the organism and act to the function of other
cells, which leads to numerous biological reactions. Each
live cell with a core in the human organism creates
cytokines whose type and quantity of secretion depends
on the type and extent to which cells differentiate i.e.
degree of their activation stage. The creation of cytoki-
nes is encouraged by antigen specific activation of lym-
phocyte T4 [4].

Cytokines include a group of interleukines, tumor fac-
tors of growth and interferons. This division is made
depending on the biological and structural differences,
but onthe similarity of these mediators, too. Interleukins
were named after their function in the mutual commu-
nication with the leukocytes. Today we know 29 types
of interleukins which are marked with numbers from
IL-1 untillL-29 [8].

Interleukin 6(IL-6) belongs to the inflammatory cytokines
and is secreted during inflamed conditions. It is created
by many immunogenic cells but also by many non-
immunogenic cells and organs which help the control
of the inflamed reactions [9].

The gestational tissue including placenta, extravillous
trophoblast, amnion, and mother’s deciduas are produced
by cytokines themselves [7]. These cytokines are consi-
dered to affect the outcome of the pregnancy [8-10].

It is thought that the increased level of IL-6, IL-1, IL-
2, IL-8, TNF- alphain the amniotic fluidleads to a bad
outcome of the pregnancy, but depending on the cause
of the increase [2,11-13].

The amniotic fluidis a sterile environment in a normal
pregnancy [14,15]. It is a complex body liquid which
has an important role in every pregnancy. Its functions
are nutritive, protective but also diagnostic for the
fetus [16]. Its content changes during the progression
of the pregnancy. It contains exclusively important and
complex substances which are essential for the normal
fetal development [17,18].

The amniotic fluidhas been used for a long time for
diagnosing the intra-amniotic inflammation which is
closely related to the occurrence of premature birth.
The indicators that suggest presence of inflammation
are: increased level of matrix metalloproteinases (MMPS)
(e.9.MMP-9) [21-23], increased interleukins (e.g. I1L-6,
IL-1), TNF- o, Granulocyte-colony stimulating factor
(G-CSF), increasedLe, low glucose level, etc [24]. The
main cytokines for identification of the intra-amniotic
inflammation, most closely related to premature birth
are the (IL-6) interleukins [9].

Premature birth is present in 5 to 18% of the pregnan-
cies and is the main reason for the neonatal morbidity
and mortality [25]. It is in fact every birth which occurs
after a possible viability of the fetus i.e. the 24™ gesta-
tional week, but before the full 37™. The spontaneous
occurrence of the contractions or premature bursting of
the placenta is considered a reason in around two thirds
of these deliveries. Each delivery before the 24™ gesta-
tional week is considered a miscarriage. Currently, the
23" gestational week is considered to be a grey zone [3,27].

According to the time of occurrence of premature births,
there are three gestational periods. Late premature birth
from 32" -37" g.w., early premature week from 28" to
32" g.w., and extremely early Eremature birth under
the 28™ g.w., i.e. from 24™ to 28" g.w. [28].

The etiology of occurrence of premature birth varies
depending on the gestational age [29].

Inpatients who have premature birth, the intrauterine
inflammation and infection are present and can lead to
inflammatory syndrome to the fetus. The subclinical
intrauterine infection of the choriodecidual space and
amniotic fluidis the most common reason for occurrence
of this obstetric complication, and it is the most co-
mmon examined etiologic factor [1,25]. The uterine cavi-
tyis normally sterile but the vagina contains normal
bacteria flora. Depending on the concentration of bac-
teria and vagina resistance, bacteria can ascend from
the vagina to the cervix and get to fetal membrane.
They might activate the decidua in order to produce
inflammation, hence to activate inflammatory mediators
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that would later increase the prostaglandins; and they
directly affect the myometrium and provoke contrac-
tions. The placenta around the fetus might weaken and
burst. The neonatal sepsis, mother postpartum endomet-
rial histological chorioamnionitis are diagnoses which
are significantly more common in premature birth,
especially in those occurring before the 32" g.w [26].
Apart from the infection, there are other reasons for
occurrence of premature birth such as: overstretching
of the uterine wall, surgical procedures of the genital
organs, abnormal uterine cavity, cervical weakness
and idiopathic [27].

If the asymptomatic change in the amniotic fluid, i.e.
the increased level of the cytokines is discovered on
time, it will contribute toearly therapeutic intervention.
Until now, there are no official data in Macedonia from
the examinations of the amniotic fluidin pregnancy,
especially when patients have not had any symptoms
and changes [27].

The aimof the study wasto prove the ratio between the
increased IL-6 in the amniotic fluidatthe beginning of
the second trimester (16-22 g.w.) and premature birth
(<36 g.w.).

Material and methods

The study included 36 patients of the planned 150,
during the period from 01.06.2018 to 01.08.2018.All
patients wererecruited fromthe Clinic ofGynecology
and Obstetrics. Prior to inclusion in the study, the
pregnant women gave their written consent to
participate in the study. The study was previously
approved by the Ethics Committee at the Faculty of
Medicine in Skopje. The examination wasa case
control study. Pregnant women wereselected to enter
the study between their 16-22 g.w. and werebeing
followed until they gavebirth. Each pregnhant woman
underwent an obstetric ultrasound bywhich the
gestational week wasdetermined and confirmed that
there wereno exclusion criteria for the patient toenter
the examined group.

The pregnant women were followed onVoluson
730pro  for  ultrasonography.  The  patients
presentedmedical results from vaginal and cervical
swabs and in the casewhen such examinationhad not
been done, they were sent to the Institute of
Microbiology and Parasitology — Skopje. Ultrasound
cervicometry was done and the length of cervix was
measured with a vaginal transducer and the results
were recorded on the personal document for the
patient. Each patient was taken a detailed anamnesis
and information adapted to the needs for the research.

After examining the patients, they were hospitalized at
the Clinic ofGynecology and Obstetrics, and
thepreparation for the procedure of amniocentesis
followed.

The amniocentesis itself took place in the ultrasound
and diagnosis ward, within the Department of
pathological pregnancy. Each amniocentesis was done
in special sterile conditions with highly determined
protocol and was controlled by an ultrasound. It was
done in the period between 16-22 gestational
weeks.Prior tothe intervention, the whole procedure
was described to the patients. The amniocentesis was
then  performed andadditional 5ml  amniotic
fluidwastaken for further examination.

Each sterile syringe was marked with the name and
surname of the patient, immediately after the
intervention. Patients were discharged from the
hospital the same day.

Inclusion criteria:

1. Single pregnancy

2. Patients who need amniocentesis in their early
second trimester due to clinical indication
(advanced mother’s age, abnormal test of
PRISCA |, suspicious anomalies of the fetus,
virus infection or mother’s wish)

Pregnancy from 16-22 gestational weeks

Patients who have no signs of miscarriage
(spontaneous abortion) while the amniocentesis is
being made.

H~w

Exclusion criteria:

=

Positive test of amniocentesis- abnormal karyotype.

Multiple pregnancies.

3. Patients who will not contacted and there will be
no information on the pregnancy outcome.

4. Confirmed fetal anomalies or patients where preg-

nancy is prematurely terminated due to other reasons

not related to the inflammatory processes such as

trauma etc.

n

Biological samples and their analysis:
Amniotic fluid:

In a separated sample of the amniotic fluid, the num-
ber of leukocytes and glucose level were measured.
These examinations were done in the biochemistry
laboratory of the University Clinic of Gynaecology and
Obstetrics-Skopje.

The IL-6 concentration in the amniotic fluid was measu-
red by a device-Immulite 2000 HP, Immulite 1000 HP
Diagnostic Products Corp, at the Institute for Immuno-
logy and Human Genetics.

The realization of this technique and analysis of the
results obtained were done in accordance with the
instructions from the manufacturer.

An aliquot of 2ml of the sample was sent to the Insti-
tute of Microbiology and Parasitology-Faculty of Medi-
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cine-Skopje, where the process of coloring a gram and
amnio-culture was done, by using standard bacteriolo-
gical techniques [28].

Statistical analysis

A database in the statistical program SPSSfor Windows
23.0 was createdfor the purpose of analyzing the results
obtained in the research.

The numerical, i.e. the quantitative parametersare shown
with an average, standard deviation, median and inter-
quarter rank.

Qualitative i.e. attributive parametersare shown by
distributing frequencies.

Mann-Whitney test was used for comparing women
who gave premature birth and those who gave term birth.
Statistical significant differenceswere set at p<0.05.

Results

This study included36 patients who underwent amnio-
centesis during which 5ml of amniotic fluid was taken
for examination of IL-6, amnio-culture, leukocytes and
glucose. Also, vaginal and cervical swabs were taken
as well as ultrasound examination and cervicometry. All
patients were in the period of 16"-22™ gestational week.
Five (13.9%)of the total 36patients gave premature
birth (Table 1).

All 5 patients had increased IL- 6 level (Table 1).
Three of the patients had positive primary vaginal and
cervical swabs (Ureaplasmaurealyticum, Gardnerella
vaginalis, Candida albicans). Three patients had shor-
tened cervix, i.e. it was smaller than 30mm and none
of them had a positive amnio-culture. Values of leukocy-
tes and glucose were not increased (Table 1).

Table 1. Values of analyzed parameters in women who gave premature birth

Glucose Cervical and IL-6 Gestational
Length of concentration Conc. Of Lein . concentration . Amnio-
. : S v . vaginal - L week during
cervix in amniotic amniotic fluid swabs in amniotic iving birth culture
fluidmmol/l fluid Pg/ml giving
Ureaplasma
22 1 4 urealyticum 2234 32 Neg.
29 0 2 800 35 Neg.
31 1 0 867 36 Neg.
Ureoplasma
urealyticum
30 3 1 Gardnerella 1322 34 Neg.
vaginalis
Candida
28 2 1 albicans 922 36 Neg.

The results of this study showed that cervix length was
significantly different in women who gave premature
birth compared to those who gave birth on time (p=
0.049). Significantly shorter cervix was measured in

the group of women who gave premature birth.

The average cervix length in this group was 28.0£3.5,
median 29, whereas in the other group the average
cervix length was 31.03 + 2.5, and median 31.

Variable: Length of cervix

38
36
34
32t
B e
28 +

26
24

20

1 - premature birth

0 - birth on time

[ & |
1 © Median
: [ 25%-75%
0 T Min-Max

Fig. 1. Correlation of cervical length and time of birth

Cytokinell-6 showed significantly different values in
women who gave premature birth and those who gave
birth on time (p=0.00039). Significantly higher concen-
tration of this inflammatory marker was measured in
the group of those with premature birth.

The average value ofll-6in the group with premature
birth was 1229.0 + 597.5, median 922; average and me-
dian value ofll-6in the group of those who gave birth
within their term was 374.52+155.2 and 326 consequently.
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Variable: 1I-6 pg/ml

1200 |
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1
1 - premature birth

0 - birth on time

' []25%-75%

0 T Min-Max

Fig. 2. Correlation of value of IL-6 and time of birth

Discussion

The results obtained in this study, which is still ongoing,
support the expected hypothesis that the increased IL-6
in the amniotic fluid, although in asymptomatic pa-
tients, still affects the outcome of the pregnancy i.e. its
increase leads to premature birth (Figure 1). The exa-
mination is more valuable since we know that 5-18%
in total of the full number of births in our Clinic be-
longs to this group. The results have confirmed that
risk factors for premature birth include vaginal and
cervical infection [29,30], shortened cervix (Figure 1)
and presence of increased values of the inflammatory
marker IL-6 in the amniotic fluid. In the group of pa-
tients who gave premature birth, the average value of
gestational week was from32™ to 36", whereas in the
group with normal values, the most common findings
showed delivery on time, i.e. in the 37" gestational
week (Figure 2). The examinations in which amniotic
fluid is used for researches of cytokines, are relatively
new and done to a small series of patients [31-33]. In
our case, some of these results have been partially ana-
lyzed. In the examined group, changes have been obser-
ved in other parameters i.e. in vaginal and cervical
swabs, in the cervix length, but not in the number of
leukocytes, and the values of glucose in the amniotic
liquid which suggests that the increased cytokines i.e.
IL-6 as a risk factor affect the outcome and time of
giving birth. However, only a small number of the
examined subjects planned for the whole study has
been analyzed, i.e. 36, which means that we should be
careful with the interpretation of the results obtained.
In the further course of the study, more detailed results
will be presented and they will be more representative
due to the larger number of included subjects.

Conclusion

This study is the first one done in Macedonia aimed at
examining any kind of changes in the amniotic fluid,
regardless of gestational age. The study has so far con-
firmed the reason for examining cytokines as a method
to discover asymptomatic changes in patients who
would give a premature birth. The further course of the

study will additionally determine the values and frequent-
cy of changes in premature birth. The expected results
are those shown in patients who do have certain infla-
mmatory agent (increased I1L-6), shortened cervix, pre-
sence of microorganisms, and will have more common
complications i.e. it would be expected that there is an
increased risk of a premature termination of the preg-
nancy. The benefit of the study lies in detecting asym-
ptomatic cases, so that this complication can be pre-
vented on time. This type of examination would con-
tribute to reduction of premature births, which goes
along with a high rate of morbidity and mortality as
well as high costs at the Clinic regarding these compli-
cations. It would be useful to create an algorithm for
multidisciplinary treatment of these patients.

Conflict of interest statement. None declared.
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COMPARATIVE ANALYSIS OF RECONSTRUCTIVE TECHNIQUES: FULL - THICKNESS
SKIN GRAFTS VERSUS COMPOSITE SKIN GRAFTS (DERMIS AND SUBCUTANEOUS
ADIPOSE TISSUE), USED FOR CLOSURE OF DEFECTS AFTER REMOVAL OF NON
MELANOMA SKIN CANCERS ON THE NOSE

KOMITAPATUBHA AHAJIN3A HA PEKOHCTPYKTUBHU TEXHUKHU, TPAHCIIVIAHTATHU CO
HEJOCHA JAEBEJINMHA HACIIPOTHU CJIOKEHUM TPAHCIVIAHTATH (AEPMUC U TIOTKOKHO
MACHO TKHUBO), IPUMEHETHU 3A 3ATBOPAILE HA TE®EKTHU 11O OTCTPAHYBAIGE HA

HE MEJAHOMCKH KOKHU KAPHMUHOMMU BO INPEJEJIOT HA HOCOT

Marija Miloshevska Mijalkovska', Beti Zafirova lvanovska® and Blagoja Srbov*

'University Clinic for Plastic and Reconstructive Surgery, Institute of Epidemiology and Biostatistics,
Medical Faculty, Ss Cyril and Methodius University of Skopje, Republic of North Macedonia

Abstract

Introduction. Excision of malignant lesions of the skin
located on the face, especially the nose, followed by
appropriate reconstruction is a challenge for every
surgeon. Non-melanoma skin cancer (NMSC) is the most
common malignant lesion in the world and its incidence
is increasing. Surgical treatment, when possible, gives
the lowest rates of cancer recurrence and is the gold
standard for treatment.

Methods. This is a prospective, clinical, longitudinal
study. It included 80 subjects, patients operated on at
the University Plastic and Reconstructive Surgery
Clinic, 40 patients with a malignant skin lesion in the
upper half of the nose, and 40 with a malignant skin
lesion in the lower half of the nose. Patients were
further subdivided into two subgroups of 20 patients,
depending on the reconstructive technique used: a full-
thickness skin graft (Wolfe) and a composite skin graft
consisting of dermis and subcutaneous adipose tissue.
Results. In this study the aesthetic effect of both re-
constructive techniques was analyzed through the assess-
ment of the appearance of the scar by the surgeon and
the patient. For this purpose POSAS scar assessment
scale was used, which contains scores from 1 to 10,
where score 1 indicates normal skin, and score 10 the
worst scar. The statistical analysis has shown that the
aesthetical appearance of full-thickness skin graft has
better results in the upper half of the nose compared to
the aesthetical appearance of patients where composite
skin graft has been used, which on the other hand,
appears to be a dominant technique for closing the
defects in the lower half of the nose if the skin graft is
a technique of choice.

Correspondence to: Marija Miloshevska Mijalkovska, University
Clinic for Plastic and Reconstructive Surgery, Medical Faculty, Ss Cyril
and Methodius University of Skopje, R. N. Macedonia; Phone: 075 44
04 44; E-mail: milosevska-mon@hotmail.com

Conclusion. Composite skin graft has been neglected
in recent years and has been rarely used. Studies of the
use of this graft have been published in the last 20 years,
but there is still no single common opinion regarding
its use. Composite skin graft as such has been treated for
many years as very contradictory. It has been hypothe-
sized that skin adipose tissue stands as a barrier to
vascularization of the graft. It is for this reason that the
composite skin graft was not accidentally used as a
reconstruction technique in this study. The results ob-
tained showed no comparable dominance over the
aesthetic effect, especially after six months of surgery,
indicating and recommending its use for reconstruction
in the lower half of the nose.

In conclusion, the evaluation made by both the surgeon
himself and patients on the POSAS scale showed that
the aesthetic appearance of the scar following effective
technique and technique of choice was better with the
full-thickness skin graft for the upper half of the nose
compared to the composite skin graft, which was a
dominant technique for closing the defects in the lower
half of the nose.

Keywords: full-thickness skin graft, complex skin
graft, upper nasal half, lower nasal half, POSAS scar
assessment scale

Ancrpakr

BoBen. Excimsuja Ha MaJMrHH JIe3WM Ha KoXKarta
JOIMPaHA Ha JTUIETO, a TTOCEOHO HAa HOCOT IPOCIIEe-
HU CO COOJIBETHA PEKOHCTPYKIIH]ja MPETCTaByBaaT Ipe-
JIM3BUK 32 CEKOj Xupypr. He MenaHOMCKHOT KapImHOM
Ha kokara (HMKK) e Hajuecta manuraa sie3mja BO CBe-
TOT W HEj3MHATA 3a4ECTEHOCT CE 3roJieMyBa. XUPYPIIKA
TpETMaH, KOTa € MOYKHO, JIaBa HAJHUCKH CTaIlK{ Ha MTOBTO-
pyBame U IIPETCTaByBa 3JIaTEH CTAHAAP] 3a TPETMaH.



Mijalkovska Miloshevska M. et al.

95

Metoau. HcrpakyBameTo IIPETCTaByBa IIPOCIEKTUBHA,
KIIMHUYKA, JIOHTUTYIMHAIHA CTyauja. Bo Hero Gea BKITy-
yenn 80 wucnuranunm, nanumeHtd oj KiwmHukara 3a
[TmacTuuHa U peKOHCTPYKTHBHA Xupypruja, 40 co mpo-
MEHa BO TOpHATa MOJIOBMHA Ha HOCOT, 40 co mpomeHa
BO JIOJTHATA MOJIOBHHA Ha HOCOT. [lanmenTrTe moHaTamMmy
Oea mojieIeHn BO JBe MOATpYyHH oA no 20 manueHTwy,
BO 3aBHCHOCT O]l KOPHCTEHATa TEXHUKA Ha PEKOHCTPYK-
¥ja; TeXHUKa Ha KOKEH TPAHCIUIAHTAT CO IIEJIOCHA Jie-
OenmuHa (wolfe) u ciokeH KOXKeH TpaHCIUIAaHTaT coc-
TaBeH OJ1 IEPMHC U TIOTKOYKHO MacHO TKHBO.
Pesyararu. Bo ucrpaxyBameTo Oellie aHaIu3upaH ec-
TETCKUOT e(DeKT OJ] ABETE PEKOHCTPYKTUBHU TCXHUKH,
MpeKy IpolleHKa Ha W3IJIeN0T Ha Jy3HaTa OJ CTpaHa
Ha MCTPaXyBauoT M OJ CTpaHa Ha IAlHEHTOT. 3a Taa
nen 6eme kopucrteHa IIOCAC ckana 3a mpolieHKa Ha
JIy3HH, KOja COIP>KU ckopoBU of 1 1o 10, mpu mrTo ckop
1 o3HaYyBa HOpMaTHa KOXka, ckop 10 o3HawyBa HajJoIma
my3Ha. Ol CTaTUCTHYKATa aHaNn3a ce TOOM pe3ynTar
BO OJIHOC Ha OTIIEHKaTa Ha CaMHOT HCTpaKyBad U Ma-
muenture o IIOCAC ckanara 3a €CTETCKUOT H3TJIEL
Ha JIy3HaTa Mo e(prKacHa TeXHUKA U TEXHHKA Ha 300D
IIPEeTCTaByBa TPAHCIUIAHTAT CO LEJIOCHA JecOenuHa 3a
TOpHATa ITOJIOBHHA Ha HOCOT BO criopenda Ha CIOKEHHOT
TPAHCIDIAHTAT KOj Ce TIOKa)KyBa KaKO JOMHHAHTHA TEX-
HHKa 3a 3aTBOpame Ha Ae(eKTH BO JI0JIHATA ITOJIOBUHA
Ha HOCOT.

3akiryyok. CIoKeHHOT KOXKEeH TPaHCIUIAHTAT BO TOC-
JIETHUTE TOJMHU € 3aII0CTaBeH M Ce IMOPETKO Ce YIOT-
peOysa. Bo mocienaure 20 roguHu 06jaBeHH ce CTy-
JIMH 3a yroTpebara Ha OBOj TPAHCIUIAHTAT HO CEYIITE
HEMa €IMHCTBEH 3a¢HUYKH CTaB 3a HEroBa yrmoTpeoa.
CIIO)KEeHHOT KOXKEH TPAaHCIUIAaHTAT KaKO TAaKOB JOJTH
TOAHMHU CE TPETHPal KaKo MHOTY KOHTpaaukropeH. Ce
MPETIOCTaByBaJO AeKa MMOKOKHOTO MacHO TKUBO CTOU
Kako Oapuepa 3a BacKynapu3alyja Ha TPaHCIUIAHTaTOT.
TokMy 3apajy OBa CIIOKEHHOT KOXKEH TPaHCIUIAHTaT
HE CIIY4ajHO € YHOTpeOCH Kako TEXHHKA 32 PEKOHCTPYK-
IMja BO OBaa CTyauja. Pe3ynTaTroT mokaxyBa HE CIO-
pendeHa TOMHHAIIMja BO OHOC HAa €CTETCKUOT e(eKT
moceOHO 1ociie 6-THOT Mecell O] olepalyja mTo JaBa
HAacoKa M IpENopaka 3a HEeroBa ymoTpeda 3a peKoH-
CTPYKIIMja BO J0JIHATA MOJIOBHHA Ha HOCOT.

Kaxo kpaeH 3aKIy4ok MOXe 1a ce Kake JeKa BO OJTHOC
Ha OTIEHKAaTa HA CAaMHOT HCTPa)KyBad U TMAIEHTHTE
no ITOCAC ckanata 3a €eCTETCKMOT M3TJIE] Ha JIy3HATa
o e(MKacHA TEXHUKA U TEXHUKA Ha N300p IpEeTCTaBy-
Ba TPAHCIUIAHTAT CO IIEJIOCHA JeOerHa 3a TOpHATA I10-
JIOBUHA Ha HOCOT BO criopenba Ha CIOKEHHOT TpaHC-
IUTAHTAT KOj CE TIOKaXKyBa KaKO JIOMHHAHTHA TEXHUKA 32
3aTBOpAambC Ha AC(PEKTH BO JOJTHATA MTOJIOBUHA HAa HOCOT.

Kityynu 300poBuU: TpaHCIIAHTAT €O IIEIOCHA JIeOCINHA,
CIIOKEH KOXEH TPAHCIUIAHTaT, FOpHA IOJIOBUHA Ha
Hoc, nmomHa moyioBuHa Ha Hoc, IIOCAC ckama 3a
IIPOLIEHKA Ha JIy3HU

Introduction

Excision of malignant lesions on the skin, especially
on the nose, followed by proper reconstruction is a
challenge for every surgeon. Non-melanoma skin cancer
(NMSK) is the most common malignant lesion in the
world and its incidence is increasing [1]. The most
common cancer is basal cell carcinoma (BCC) presented
in 75% of all cases, followed by spinocellular cancer
(SCC)-20% of malignant lesions and malignant mela-
noma 5% [2]. NMSK occurs in people of all ages, but
are more common after the fifth decade of life. Risk
factors include sun exposure, especially in childhood,
then people that have light skin, patients who are re-
ceiving immunosuppressive therapy and patients with
genetic predisposition to skin cancer [3]. Surgical treat-
ment, when possible, gives the lowest recurrence rates
and is the gold standard for treatment. NMSK is consi-
dered as high risk when it is located on the patients’
ear, or central part of the face [3]. Non-melanoma skin
cancers are most commonly seen on the nose. This is
due to the fact that this part of the face is more expo-
sed to the sun than the other parts of the face. Chronic
exposure to sunlight greatly increases the risk of skin
cancer. Therefore, the incidence of skin cancer is increased
in both long-hours and open-field professionals (such
as farmers). In addition, the longer the duration of expo-
sure to the sun, the greater the incidence of the disease [4].
Primary treatment for NMSK is surgery. The result of
defects’ repair varies depending on when the defect is
repaired, the region and size of the defect, as well as
the characteristics of the surrounding skin. The way of
reconstruction varies, starting from local geometric flaps,
free skin grafts, direct suture for small skin defects
ending with free flaps for large defects [5]. Due to the
existence of many ways of repairing skin defects that
occur after removal of the NMSK in the nose area,
researches are dedicated to compare the techniques with
a goal-aesthetically dominant solution for the recon-
struction of the nose with minimal complications and
maximum comfort and patient satisfaction.

This paper compares the aesthetic effect of a full thick-
ness skin graft (Wolfe) compared to a composite skin
graft consisting of skin and subcutaneous adipose tissue.
The aesthetic effect was evaluated and compared with
the use of the patient and observer scar assessment
scale (POSAS).

Material and methods

This is a prospective, clinical, longitudinal study. It in-
cluded 80 subjects, patients from the University Plastic
and Reconstructive Surgery Clinic; 40 with a malign-
nant lesion in the upper half of the nose, and 40 with a
malignant lesion in the lower half of the nose. The
nose is divided depending on the differences in the
quality and thickness of the skin that propose different
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ways of reconstruction in terms of defect localization
[10]. Patients were further subdivided into two subgroups
of 20 patients, depending on the reconstruction technique
used: a full-thickness skin graft technique (Wolfe) and
a composite skin graft technique consisting of dermis
and subcutaneous adipose tissue. Inclusion criteria
were: patients above age 85, a skin malignant lesion in
the nose area for which surgery was indicated, patients
who had been examined by an anesthesiologist and
could be operated, patients who had voluntarily signed
an informed consent, patients who were prepared and
willing to collaborate-attend and complete all controls
and check-ups on the 13th day, on the 3th and 6th
month after surgery.

Exclusion criteria included: patients younger than 18
years, skin defect less than 1 cm, patients with proven
metastasis, patients with scar on the nose and a perina-
sal region because of injury or prior surgical intervention,
composite skin defects (including cartilage or bone),
patients with anesthesia contraindication for surgery.
Prior to the diagnostic approach and the operative
treatment, all patients signed an informed consent for
participation in this study. The study was carried out in
accordance with the provisions of the Helsinki Dec-
laration and the Declaration of Human Rights of the
European Union. Initial evaluation of patients included:
history, clinical, and anesthesiological examination. After
proper preparation, patients were operated on and local
anesthetics with i.v. pain relief and sedation was used.
A prophylactic oral dose of antibiotic was given for 5
days.

The following parameters were noted:

1. Localization of the malignant lesion in the area of
the nose was marked and evaluated in relation to the
two regions according to the skin thickness cover -
upper portion (a thin, mobile skin) composed of
dorsum and lateral walls, and a lower portion (thick
adnexal skin) composed of tip and wings of the nose.
2. The excision of the malignant lesion was made in
cancer-free skin margins. According to literature, primary
basal cell carcinoma should be removed at least 4 mm
from the skin cancer border guaranteeing high percentage
of cancer-free skin margins that have been histologically
confirmed in 80% of cases [6,7]. In most of the spino-
cellular carcinomas found on the nose, as one of the
high-risk sites, according to literature, the excision line
should extend to at least 6 mm in width [8]. In-depth
SCC should be removed along with subcutaneous tissue,
as in 30% of cases these cancers invade this area [8].
For the best possible security in this study, all malign-
nant lesions were removed over at least 6 mm in width
from the visible border of the tumor along with the
hypodermis, thus guaranteeing security for free edges
of malignant alteration in 95% of cases of both types
of cancers [7-9,11].

3. The surgeon paid special attention to the reconstruc-

tion techniques. All defects were primarily reconstruc-
ted with full-thickness skin graft (Wolfe) and composite
skin graft consisting of skin and subcutaneous adipose
tissue.

Full-thickness grafts are characterized by ease of use
and ability to be placed in any region. The condition is
to have a vascularized base on which the transplant
will be placed. In this study we present results of using
a full-thickness retroauricular skin graft.

The stitches were removed the 13th day after surgery
and the scar appearance was evaluated with a POSAS sca-
rring scale. Composite skin grafts were treated in the same
way, and were used from post-auricular region. Donor
site defect in both cases was closed with direct suture.

Statistical analysis

Statistical data processing was performed in SPSS for
Windows 23.0 statistical software, with p <0.05 required
for statistical significance.

Shapiro-Wilks W test was used to test the normality of
the data.

The categorical parameters are shown with frequency
distributions and relative numbers, and quantitative va-
riables with average and standard deviation.
Independent parametric and nonparametric tests (Chi-
square test, Fisher exact test, Student t- test) were used
to compare subjects undergoing full thickness and
complex graft transplant.

Results

The study involved 80 subjects, patients from the
University Plastic and Reconstructive Surgery Clinic;
40 with a malignant lesion in the upper half of the
nose, 40 with a malignant lesion in the lower half of
the nose. The patients were further subdivided into two
subgroups of 20 patients, depending on the reconstruct-
tion technique used: a full-thickness skin graft technique
(Wolfe) and a composite skin graft technique consisting
of dermis and subcutaneous adipose tissue.

Table 1 shows gender distribution of patients with a
malignant lesion in the upper and lower half of the
nose. After the removal of the malignant lesion the skin
defect was reconstructed using a full-thickness and com-
posite skin graft reconstruction technique.

In the group of 40 subjects with upper nasal defect,
both reconstructive techniques were more commonly
used in male patients-80% (16) versus 55% [11], while
in the group of 40 subjects with lower nasal defect,
full-thickness skin graft technique was more commonly
used in female patients-65% [13], and composite skin
graft was more common in male patients-60% [12].
The statistical analysis showed an insignificant differ-
rence according to gender and type of reconstruction
technique used full thickness skin graft or composite
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Table 1. Gender distribution of patients with a skin defect in the upper and lower half
of the nose reconstructed with full thickness skin graft and composite skin graft

Upper half of the nose

Lower half of the nose

Type of reconstruction technique

Gender ] wolfe Cog:’r;?tsne ] Wolfe Co;g?slte
0, 0,
n (%) n (%) n (%) n (%)
male 27 16(80) 11(55) 19 7(35) 12(60)
female 13 4(20) 9(45) 21 13(65) 8(40)
p value X2=2.85 p=0.09 X2=2.51 p=0.11

p (Chi-square test)

Table 2. Age distribution of patients with a skin defect in the upper and lower half of the
nose reconstructed with full thickness skin graft and composite skin graft

Reconstruction

Descriptive Statistics (age)

technigue Upper half Lower half

n mean = SD min - max n mean=SD  min - max
Wolfe 20 63.60+11.5 29-87 20  64.15+13.7 32-89
Composite graft 20 64.65+12.6 41-87 20  66.10+12.1 30-84
p value t=0.27 p=0.78 t=0.48 p=0.64

p (Student t-test)

skin graft (p=0.09, p=0.09, p=0.09, p=0.09)].

Patients with a defect localized in the upper and lower
half of the nose, and reconstructive technique used for
defect closer did not differ significantly with respect to
age (p=0.78, p=0.64, respectively). This is shown in table 2.

The aesthetic effect of both reconstruction techniques
was also analyzed in this study, by assessing the scar
appearance both by the surgeon and by the patient. For
this purpose, a POSAS scar scoring scale was used,
consisting of scores from 1 to 10, with score 1 indicating
normal skin, and score 10 indicating the worst scarring.

In the group of patients with a malignant lesion in the
upper half of the nose, the surgeon significantly differen-
tiated the appearance of the scar in all analyzed time
points depending on the reconstruction technique used
(p=0.013, p=0.000001, p<0.001 respectively). After re-
moving the stitches, the 13th day after the intervention,
the appearance of the scars in patients operated on by
full thickness skin graft (Wolfe) technique was rated
by the surgeon as significantly better than that in
patients operated on with composite skin grafts-at the
lowest score 3, the surgeon assigned 90% (18) of pa-
tients to a full-thickness skin graft (Wolfe) reconstruc-
tion technique and 55% (11) to a composite skin graft
technique. By the third month after surgical reconstruc-
tion, patients where composite skin graft was used as a
reconstruction technique had significantly better scar
appearance-at the lowest score 2, and the surgeon
assigned one patient to the Wolfe and 55% (11) to the
composite graft technique. At the last control, 6 months
after the intervention, a significant difference between
the two techniques again supported the better outcome
of the skin appearance reconstructed with the full-
thickness skin graft method - at the lowest score of 4,
the surgeon assigned 90% (18) of patients to a full-
thickness skin graft and 55% (11) to a composite skin

graft reconstruction technique.

In the group of patients with a malignant lesion in the
lower half of the nose, the surgeon evaluated the
appearance of the scar in patients operated on by full-
thickness skin graft (Wolfe) and composite skin graft
technique 13 days after the reconstruction (p=0.18), and
three and six months after surgical reconstruction
(p<.05). By the third and sixth months of surgical re-
construction, patients where composite skin graft tech-
nique was used, were evaluated and it was concluded
that the appearance of the scar was significantly better.
On the third month the lowest score 2 was assigned to
35% (7) of patients operated on by the composite skin
graft technique, and to none operated on by the full-
thickness skin graft technique. On the sixth month after
surgery, the lowest score 3 for the scar appearance was
assigned to 50% (10) of patients operated on by the
composite graft method and to none operated on by
the full-thickness skin graft technique. The aesthetic
effect evaluated by the surgeon for both reconstructive
techniqhues in the upper and lowers half of the nose on
the 13" day, 3th month, and 6™ month after surgery is
shown in table 3, and for better preview graphical
presentation of the data is shown in Figure 1.

Next evaluation was made by the patients, and they
were giving scores according the POSAS scar assessment
scale. In the group of patients with a malignant lesion
in the upper half of the nose, patients operated on by
the full-thickness skin graft (Wolfe) technique, and
composite grafts were significantly different in the
appearance of the scar only at the first control, when
removing the stitches on the 13" day after surgery (p=0.02).
The appearance of the scar in patients reconstructed
with the split thickness skin graft technique was better;
with the lowest score of 3, assigned to 30% (6) of pa-
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Table 3. Aesthetic effect evaluated by the surgeon for both reconstructive techniques

in the upper and lower half of the nose

Upper half Lower half
Observer Reconstruction technique
- POSAS wolfe Composite Wolfe Composite
ime graft n graft
scar score n (%) n (%) n (%) n (%)
13™ day 3 29 18(90) 11(55) 16 9(45) 7(35)
4 11 2(10) 9(45) 19 9(45) 10(50)
5 3 0 3(15)
6 2 2(10) 0
p value X2=6.14 p=0.013 Fisher p=0.18
3th month 2 12 1(5) 11(55) 7 0 7(35)
3 16 16(80) 0 9 9(45) 0
4 12 3(15) 9(45) 24 11(55) 13(65)
p value X2=27.33 p=0.000001 Fisher  p<0.001
6"month 3 10 0 10(50)
4 29 18(90) 11(55) 12 2(10) 10(50)
5 9 0 9(45) 14 1(5) 0
6 2 2(10) 0 8 8(40) 0
7 9 9(45) 0
p value Fisher p<0.001 Fisher  p<0.001
mean (POSAS) Observer . lower half of the nose, patients operated on by the full-
A _ #3% month thickness skin graft (Wolfe) technique, and composite
] e menth grafts were significantly different in the appearance of
N - 445 _ the scar only at the last control, after 6 months of inter-
. @ 34 2 * vention (p<0.001), as a result of significantly better
2 appearance of the scar in patients where composite
1 - J : skin graft technique was used; with the lowest score of
0!

wolfe composite graft wolfe

UPPER HALF OF THE NOSE

composite graft
LOWER HALF OF THE NOSE

Fig. 1. Aesthetic effect evaluated by the surgeon for both
reconstructive techniques in the upper and lower half of the nose

tients, and to none of patients reconstructed with com-
posite skin graft technique.
In the group of patients with a malignant lesion in the

3, assigned to all patients operated on by the composite
skin graft technique and to none by the full-thickness
skin graft (Wolfe) technique. The aesthetic effect eva-
luated by the patients for both reconstructive techni-
ques in the upper and lower half of the nose on the 13"
% 3th month, and 6™ month after surgery is shown in
table 4, and for better preview graphical presentation
of the data is shown in Figure 2.

Table 4. Aesthetic effect evaluated by the patient for both reconstructive techniques

in the upper and lower half of the nose

Patient Upper half Lower half
Reconstruction technique
. POSAS scar Wolfe Composite wolfe Composite
Time score n n (%) graft N n (%) graft
n (%) n (%)
4 6 6 (30) 0
13" day 5 34 14 (70) 20 (100) 35 18 (90) 17 (85)
8 5 2 (10) 3 (15)
p value Fisher p=0.02 Fisher p=1.0
2 39 19 (95) 20 (100) 34 17 (85) 17 (85)
3th month 3 1 1(5) 0 3 3 (15) 0
4 3 0 3 (15)
p value Fisher p=1.0 Fisher p=0.054
3 1 1(5) 0 20 0 20 (100)
th 4 38 18 (90) 20 (100)
6" month 5 1 1(5) 0 2 2 (10) 0
6 18 18 (90) 0
p value Fisher p=0.487 Fisher  p<0.001
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< &™ month

§ - 53 545

47
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wolfe | composite graft wolfe composite graft

UPPER HALF OF THE NOSE

Fig. 2. Aesthetic effect evaluated by the patient for both recon-
structive techniques in the upper and lower half of the nose

LOWER HALF OF THE NOSE

Discussion

Surgical treatment of NMSC is the gold standard for
treating these types of malignant lesions. With its po-
sition in the facial region, the nose is the most anato-
mically exposed part and as such has a great signify-
cance. Any deformation of the nose disturbs the har-
mony of the face. Disruption of the normal anatomy,
on the other hand, can cause nasal obstruction, inability
to breathe normally, and can affect the sense of smell,
too. Each skin defect in the nasal area should be
individually assessed in order to determine and apply
the best reconstruction technique from a functional and
aesthetic point of view. For these reasons, repairing
the nasal skin defects is a challenge for every surgeon.
Analyzing the results of the aesthetic appearance of
the scar in relation to the POSAS Observer and Patient
Scale, it can be concluded that in the group of patients
with a malignant lesion in the upper half of the nose,
the appearance of the scar was significantly different
depending on the reconstruction technique used. After
removing the stitches, the 13" day after the surgical re-
construction of the upper half of the nose, the appe-
arance of scars in patients undergoing full-thickness skin
graft technique was rated by the surgeon to be signifi-
cantly better than the scar appearance in patients under-
going composite skin graft reconstruction technique.
By the third month after surgery, the surgeon graded as
significantly better appearance of the scar reconstructed
with composite skin graft technique than with full-
thickness skin graft. At the last check-up, 6 months
after surgery, again a significant difference between
the two techniques was found, and full-thickness skin
graft technique was found to be a better option. In the
group of patients with a malignant lesion in the lower
half of the nose, the surgeon evaluated the appearance
of the scar as not significantly different in patients
undergoing full-thickness skin graft and composite
skin graft technique reconstruction 13 days after sur-
gery. At the third and sixth month after surgery, in pa-
tients with malignant lesion in the lower half of the
nose, the surgeon graded as significantly better appearan-
ce of the scar reconstructed with the composite skin
graft technique than with full-thickness skin graft.

In the group of patients with a malignant lesion in the
upper half of the nose, patients evaluated the appearan-
ce of the scar as significantly different only at the first
control, when removing the stitches-first check up (p=
0.02). Patients rated the scar as better when full-thick-
ness skin graft was used as a reconstruction technique.
In the group of patients with a malignant lesion in the
lower half of the nose, patients evaluated the appearan-
ce of the scar as significantly different only at the last
control, six months after surgical reconstruction. Pa-
tients rated the scar as better when composite skin graft
technique was used.

Conclusion

In conclusion, the evaluation of the surgeon himself on
one hand and patients on the other hand, using the
POSAS scale, in terms of the aesthetic appearance of
the scar following effective reconstructive technique
and the technique of choice showed the full-thickness
skin graft for the upper half skin defects of the nose to
present better result. Composite skin grafts on the
other hand are shown to be a dominant technique for
closing the defects in the lower half of the nose. The
use of composite skin graft technique has been neglected
in recent years and is rarely used [12]. Studies of the
use of this graft have been published in the last 20 years,
but there is still no single common opinion regarding
its use. Composite skin grafting as such has been
treated for many years as very contradictory. It has
been hypothesized that the underlying adipose tissue
stands as a barrier to vascularization of the graft itself.
It is for this reason that the composite skin graft was
used as a reconstruction technique in this study. The
results showed no comparable dominance over the full
thickness skin graft according to the aesthetic effect,
especially after six months of surgery, hence imposing
and recommending its use for skin defects reconstruct-
tion in the lower half of the nose.
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BOI'ATA CO TPOMBOLIUTHU E TEPAIIUMJA HITO BETYBA?
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Abstract

Introduction. In today's modern society, the treatment
of patients with poor ovarian reserve presents a medi-
cal challenge of increased clinical importance. The use
of platelet-rich plasma (PRP) is a new hope that improves
pregnancy chances. Increased use of the PRP in a
number of in vitro centers around the world as well as
publication of thefirst experience in in vitro fertili-
zation entailed the need for this systematic review.
Methods. PubMed, Cochrane and Ovid Medline were
searched between 2000 and 2019 under the following
strategy: [<PRP or plasma-rich with platelets> and <ovaries
with reduced reserves or function> and <ovarian reju-
venation>]. Fourteen original articles published in me-
dical scientific journals were analyzed in this study.
The evidence level and quality assessment were made
based on the most up-to-date, reliable, scientific evidence
as well as from the number of additional relevant citations.
Results. Taking the current available proof and evidence
into consideration, we can conclude that the PRP me-
thod improves the ovarian function and increases the
chances of clinical pregnancy. In addition, we assume
that, over time, the PRP method objectively improves
the ovarian reserves. Recent studies support the theory
of increasing the number of preantral follicles, follo-
wed byappropriate growth and reduction of follicular
atresia.

Conclusion. The improvement of the quantity and
quality of oocytes with the intra-ovarian application of
PRP potentially suggests a new concept of ovarian aging,
where the ovarian microenvironment plays a crucial role.
Keywords: ovarian rejuvenation, ovarian
reserve, platelet-rich plasma
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AOcTpakT

Bosen. Bo aeHEmIHOTO COBPEMEHO OMIITECTBO TPET-
MaHOT Ha MAIMEHTKH CO HaMaJeH! OBapHjaJIHU Pe3epBU
HpecTaByBa MEIMIMHCKH TPEIU3BHK CO 3roJIeMEHO
KIIMHUYKO 3Haueme. Ynorpedara Ha mia3ma 30orateHa
co tpombonutH (PRP) e HOBa Hazmex co Koj ce ToJ00-
pyBaaT LIAHCUTE 3a KIMHWYKAa OpeMeHOCT. 3roneme-
Hata ynotpe6a Ha PRP Bo nmoronem 0poj Ha UB® nien-
TpH, IIIHPYM CBETOT, KAKO U 00jaByBameTO Ha MPBOTE
UCKYCTBa BO HHBHUTPO (epTHIN3alMja ja HaAMETHyBa
notpebaTa 01 0BOj TperJIe/.

Meroau. PubMed, Cochrane u Ovid Medline 6ea mpe-
6apyBanu niomery 2000 u 2019 roauna criopes cienHa-
Ta ctpareruja: [<PRP wiu masma 30orateHa co TpoM-
OOIUTI™> W <jajHUIIUTE CO HAMAJICHH PE3ePBU WM
(dbyHKIMjaTa> ¥ <oBapHjaIHO TOAMIIaAyBame™>]. Bo
CTyZAWjaTa BKIy4YeHHU ce 14 opruHajgHM CTaTUH oOja-
BCHH BO MCIWIMHCKHU HAyYHH CHI/IC&HI/Ija. Husorto Ha
JOKa3W W MpOIIEHKAaTa Ha KBAIUTETOT Oca HaIpaBeHU
BP3 OCHOBA Ha HajCOBPEMEHH, BEpPOJOCTOjHH, HAYYHH
JIOKa3¥, Kako ¥ 0]l OpOjoT Ha JOTIOJHUTEIHH PeeBaH-
THH [IUTATH.

Pesyararun. [loceramHure AOCTarmHU JIOKa3H ITOKAXKY-
Baat neka PRP ja momoOpyBa ¢yHkuujaTa Ha oBapu-
YMUTE W TH 3rojieMyBa IIAHCHTE 3a KIMHUYKA Ope-
MeHOCT. Co TEKOT Ha BPEMETO, UCTO TaKa, Ce UHHU
Jieka 00jeKTMBHO I'M TOJ00pyBa OBapHjaTHUTE PE3CPBU.
HeonamuemnuTe cTyany ja moxpxyBaaT TeopHjaTa 3a
3rojieMyBame Ha OpojoT Ha MpeaHTpamHd (GOIHKYIH,
HpaTeHo CO COOJBETEH pacT M HamalyBame Ha (oiu-
KyJIapHaTa aTpe3u;ja.

3akiay4ok. [lonoOpyBameTo Ha KBAHTHTETOT M KBAJTH-
TETOT Ha OOIMTUTE MPEKy MHTpPAaoOBapHjajHa arlidKa-
ja Ha PRP, moTenmjanno cyreprpa HOB KOHIENT Ha
CTapeele Ha jajHHIUTE, Kaje OBapHjalHaTa MHKPO-
CpelvHa MMa 3HavyajHa yJora.

Kiryunu 300poBH: OBapHjaHa pejyBeHAIM]a, HAMAICHN
OBapHjaJTHA PE3CPBH, IUTa3Ma 300raTeHa co TPOMOOIIUTH
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Introduction
Ovarian rejuvenation thorough history

Oogenesis, the production, and development of the
oocyte, is the principal role of the ovarian tissue. It
was believed for a long time that women are born with
certain reproductive potential which is in direct corre-
lation withthe number of primordial follicles produced
during the time of embryological and fetal period and
which progressively decrease to reach a number circa
300 000 primordial follicles until the time of menarche
[1]. These claims were altered by Tilly et al. by demon-
strating the existence of germ cells in the ovarian tissue
[2]. He examined new concepts for how oocytes and
their precursor cells might be altered metabolically to
sustain or increase ovarian function and fertility in
women [2]. This has led to the development of
different methods and techniques through which the
scientific circles are making endeavors to find the
corresponding therapeutic method for patients with
decreased ovarian reserves.

The first research presented the use of dehydroepian-
drosterone (DHEA) as a food supplement that can
have therapeutic benefits in treatment ofpatients with
decreased ovarian reserves [3]. The success of DHEA has
beenclinically proven in many studies and it remains
one of the first noninvasive medical treatments for
ovarian rejuvenation. The use of precursors of testo-
sterone can improve the ovarian microenvironment.
DHEA reaches a maximum in people aged between 20
to 30 years and decreases approximately 2% per year
[4]. A similar concept brings the use of coenzyme Q 10.
The role of this molecule is not conclusive in the
improvement of the mitochondrial function caused by
ageing of the tissue. The androgen supplements can
also have positive effect on mitochondrial function [5].
Doctorsin multiple IVF centers in the USA recommend
the transvaginal trauma of ovarian tissue, i.e. piercing,
as a method for ovarian rejuvenation. This method is
accompanied by changes in hormonal status, local
immunological response and increased vascularization
in the ovarian tissue. The trauma initiates growth fac-
tor production, which promotes tissue regeneration [6].
Furthermore, Bukovsky recommended novel methods
of treating premature ovarian failure and ovarian infer-
tility. In hisstudy he has concluded that the follicular
renewal is also dependent on the support of circulating
blood mononuclear cells. The circulating mononuclear
cells as a part of the immune system regulate the
function of almost all tissues in the body, which leads
to temporary rejuvenation of the endocrine and immune
system in the ovarian tissue. Namely, the immune system
plays a crucial role in the modulation of ovarian
function, as it regulates ovarian development, follicu-
lar maturation, ovulation and formation of the corpus
luteum [7, 8].

In recent years a new approach has emerged in the
treatment of ovarian infertility based on the use of
plasma rich with platelets (PRP) with or without stem
cells as a method for ovarian rejuvenation and folli-
cular reactivation [9,10].

Material and methods

We conducted a systematic search of PubMed, Cochrane
and Ovid Medline databases from 2000 to 2019 using
the following keywords: platelet-rich plasma, ovarian
reserve or diminished ovarian reserve, ovarian function
or diminished ovarian function, poor responders, rep-
roductive age, IVF. This search yielded 110 studies, of
which 14 original articles and reviews were included.
All publications were reviewed by the authors of this
manuscript, who agreed onthe analysis and
interpretation of data. Some of the studies have
addressed the question of whether these approaches of
transvaginal intraovarian application of PRP may be
beneficial in poor responders with respect of clinical
pregnancy and live birth rates in patients. Studies were
eligible if they met one of the following criteria:
primary evidence (clinical trials) that assessed the
effectiveness of a procedure correlated with an outcome
measurement (pregnancy, IVF, live birth rates); meta-
analyses; and relevant articles from bibliographies of
identified articles. The level of evidence was evaluated
using the grading system available online and
wasassigned for each reference in the bibliography.
The quality of evidence was evaluated using the grading
system, adapted from Johns Hopkins Nursing
Evidence-based Practice Grading System.

Results

The first description of PRP was introduced as a
MeSH (Medical Subject Headings) term in 2007 as: “a
preparation consisting of concentrated platelets in a
limited plasma volume. It is used in various regene-
ration procedures of surgical tissues, where growth
factors from platelets can affect the speeding up of
healing and regeneration of the wounds” [11]. The
growth factors (GFs) contained in platelet alpha granu-
les are a major part of the PRP. They induce, through
appropriate transmembrane receptors in target cells, a
whole range of intracellular processes leading to proli-
feration, differentiation, matrix formation, osteoid pro-
duction, collagen synthesis, haemostasis, and everything
that leads to tissue recovery and regeneration. It is
noted that the mitogen effects of PRP are only limited
to augmentation of the normal healing process and is
theoretically not mutagenic, as the GFs released do not
enter the cell or its nucleus, but only bind to the
membrane receptors and induce signal transduction
mechanisms (Table 1) [12].
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Table 1. Platelet growth factors and their specific characteristics

Platelet Growth Factor Type  Growth factor Source

Biological Actions

Platelet derived growth
factor (a-b)

Platelets, osteohlasts, endothelial cells,

Transforming growth factor
TGF(alpha -heta)

Platelets, extracellular matrix of bone,
cartilage matrix, activated TH1 cells and

natural killer cells, macrophages/monocytes

and neutrophils

Vascular endothelial growth
factor, VEGF
Epidermal growth factor,

Platelets, endothelial cells

Platelets, macrophages, monocytes

EGF

Fibroblast growth factor, Platelets, macrophages, mesenchymal cells,
FGF chondrocytes, osteoblasts

Connective tissue growth Platelets through endocytosis from

factor CTGF extracellular environment in bone marrow
Insulin like growth factor—  Plasma, epithelial cells, endothelial cells,
1IGF-1 fibroblasts, smooth muscle cells, osteoblasts,

hone matrix

macrophages, monocytes, smooth muscle cells

Mitogenic for mesenchymal celss and osteoblasts, stimulates
chemotaxis and mitogenesis in fibroblast/glial/smooth muscle cells,
requlates collagenase secretion and collagen synthesis, stimulate
macrophage and neutrophil chemotaxis
Stimulates undifferented mesenchymal cell proliferation ; regulates
endothelial, fibroblastic and osteoblastic mitogenesis ; requlates
collagen synthesis and collagenase secretion, regulates mitogenic
effects of growth factors, stimulate endothelial chemotaxix and
angiogenesis, inhibits macrophage and lymphocyte proliferation
Increases angiogenesis and vessel permeability, stimulates
mitogenesis for endothelial cells
Stimulates endothelial chemotaxis / angiogenesis, requlates
collagenase secretion, stimulates epithelial /mesenchymal mitogenesis
Promotes growth and differentiation of chondrocytes and osteoblasts,
mitogenic for mesenchymal cells, chondrocytes and osteoblasts
Promotes angiogenesis, cartilage regeneration, fibrosis and platelet
adhesion
Chemotaxis for fibroblasts and stimulates protein synthesis.
enchances bone formation by proliferation and differentiation of
osteoblasts

(Principles and Methods of Preparation of Platelet-Rich Plasma: a Review and Authors Perspective: 2014. Journal of Cutaneous and

Aesthetic Surgery — Oct-Dec 2014, Volume 7, Issue 4)

In recent years the effect of autologous platelet-rich
plasma has beenincreasingly used in the treatment of
any injuries of the soft and connecting tissues as well
as the bone grafts. The use of PRP is a significant part
of the speed-up healing process of the injured tissue,
angiogenesis and tissue remodeling - with this, the use
of PRP has become a routine treatment in orthopedics,
dermatology, and specific autoimmune diseases [13, 14].
Many clinicans have noticed that the use of PRP
improves the function of the target organ, which
resulted in an enthusiastic use of PRP in patients with
ovarian insufficiency. Studies have shown that many
innovative techniques find their way from theory to
practice. Namely, the use of PRP in restoring both the
reproductive and endocrine functions of the ovary was
presentedin a study from 2017 by Ljubic. He described
the first case of ahuman embryo obtained after auto-
logous ovarian in vitro activation with orthotopic re-
transplantation [15]. The novel application of PRP in
the ovarian cortex was pioneered by Pantos [9]. The
idea of potential therapeutic use of autologous PRP in
the renewal of egg cells and follicular reactivation was
published in 2017, via the first abstract and detailed
oral report on PRP as a method of renewal of egg cells
atthe ESHREmedical conference.

During the following year, 2018, an increase in oocytes
and embryo quality was also confirmed inScott's study
[10]. This pilot study was focused on the intra-ovarian
injection of the autologous plasma enriched with
thrombocytes and the effect of PRP on the ovarian
microenvironment and the creation of oocytes of de-
cent/high quality. Melo's study has confirmed the effi-
cacy of using an intracortical ovarian injection of PRP

that significantly improves ovarian reserve and sub-
sequent reproductive outcome in infertile women [16].
The effects of autologous PRP were observed in the
treatment of repeated implantation failure in IVF cycles
in order to improve pregnancy outcome [17]. It is
considered that one of the mechanisms bywhich PRP
results in changes in the ovarian reserves and the
activation of the primary preantral follicles is through
the synergy connection of the factors for growth con-
tained in the PRP with the usage of gonadotropins for
ovarian stimulation.

In women considered to be poor ovarian responders,
there is insufficient evidence forrecommending or rejec-
ting intraovarian injection of autologous PRP before
IVF treatment.

Discussion

It remains essential to understand the physiological
basis of ovarian aging to interpret the mechanisms of
action. With the use of platelet-derived growth factors
(PDGFs), dysfunctional ovarian tissue is believed to
be supplied with essential factors necessary for ovarian
regeneration. In this context, it is necessary to mention
angiogenesis and follicular vascularization and their
important role in the aging of the follicles. Receptors
for growth factors are present on granulose cells con-
firming their association with the activation process of
the primordial follicles. The most important component
in PRP is the transforming growth factor-beta family
(TGF beta) that plays a significant role during the de-
velopmental phases of the follicle [18]. Confirmation
of all the above statements is also obtained from the
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Hosseini study [19]. This study evaluated the effects
of platelet-rich plasma (PRP) on the growth and
survival of isolated early human follicles in a three-
dimensional culture system. The conclusion was that
media supplementation with PRP could better support
the viability and growth of isolated human preantral
follicles in vitro.

On the other hand, the presence of OSCs on the
surface of the ovarian tissue, under certain conditions,
can produce de novo primordial follicles and thus the
appearance of new antral follicles. It is noteworthy to
mention that only a fraction of OSCs undergoes
meiosis culture to form oocytes. It remains unknown
why only a few cells express Stra8 and undergo differ-
rentiation [20]. Alternatively, it is possible that OSC
aging is a result of impaired DNA double-strand break
repair, a recently identified cause of aging in mammalian
oocytes. Elucidating the mechanisms that cause OSCs
to age could lead to new treatments that could delay
ovarian aging and slow infertility. Also, several ques-
tions about the PRP's mechanism of action remain
unanswered.

PRP activation and intraovarian application

According to the results in the literature different pro-
tocols which describe the optimal conditions needed
for preparation of autologous PRP are detailed. The
relative centrifugal force, time temperature, the use of
anticoagulants and the method of activation of the PRP
can influence the preparation of the autologous PRP
[13, 14]. The process of the activation of o granules of
the platelets is one of the key steps that could in-
fluence the availability of the released biomolecules
and consequently the quality of the PRP [21]. Thrombin
and/or calcium chloride is used as the most frequent
activator before the administration of PRP in the da-
maged tissue [22]. The secretion of the active biomole-
cules begins 10 minutes after the activation of the
platelets, and 95% of the growth factors are released in
a period of 1 hour. Through the method of the active-
tion, the amount and the kind of the biomolecules is
determined, which directly influences the tissue healing.
The PRP activation strategy is determined by the type
of procedure (open or laparoscopic), and the desired
biological effect that is expected from the biological
tissue [23].

PRP for the treatment of ovarian infertility is a lower
concentration (2.5x3 times) system. The process is
carried out under strict aseptic conditions as well as
optimum temperature regulations i.e. 21-24°C. PRP is
prepared according to the manufacturer’s guidelines.
In the last step, the volume immediately above the
erythrocyte layer is collected. Calcium gluconate is
used as an activator. After activation, in a period less
than 2 min, approximately 3-5 ml of the PRP isinjected
into the ovaries under transvaginal ultrasound guidance.

Intervention is made following a protocol set by the
IVF department. The entireintervention lasts 15 to 20
minutes. The method of obtaining PRP is simple,
minimally invasive and low cost. High concentration
of growth factors and cytokines from PRP in the
damaged tissue leads to balance between the anabolic
and catabolic processes, optimizing tissue environment
and favoring the process of tissue regeneration.

Predicting the effectiveness of intraovarian PRP
application

FSH, estradiol and AMH levels are predictable of treat-
ment outcomes after PRP utilization. The treatment
can lead to increasing the preantral follicles and in
general, may enhance ovarian function by increasing
follicles recruitment.

Limitations

Even though PRP has a widespread usage in multiple
medical spheres, unfortunately, there is still a lack of
controlled clinical studies regarding the process. The
limitation of this format should be taken into account
i.e. sample size, RCT, design, etc.

The main limitation of this study was the absence of
previous data attesting the safety of PRP injection into
human ovaries.Future larger trials would be required
to corroborate the efficacy of PRP injection for treat-
ment ofovarian infertility, which would confirm the
findings of this study.

Conclusion

The authors reviewed the best available evidence for
the usage of PRP in actual medical practice. Because
the diagnosis of patients with lower ovarian reserves
often leaves limited time for treating, the patients need
to be given a choice. There is fair evidence that the cli-
nical and live birth rates are substantially different after
the intraovarian application of PRP before IVF treatment.
Further research is required to investigate whether dec-
reasing the level of FSH and increasing the number of
antral follicles following intraovarian PRP injection is
sustained.

Future studies need to evaluate whether this approach
may be especially beneficial in a specific subset of
patients.
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Abstract

Introduction. Finding prognostic markers to better iden-
tify patients with higher risk for poor survival would be
valuable in order to customise pre- and postoperative
treatment as well as to enable closer follow-up ofthe
cancer patients. Matrix metalloproteinases are produced
by tumour cells, hence, they may be associated with
tumourprogression including invasion, migration, an-
giogenesisand metastasis.

Aim of our study was to examine MMP-2 and MMP-9
serum levels and correlated them with pathological
data such as stage of the colorectal cancer (CRC) and
patients outcome.

Methods. The investigation has been made on 82 pa-
tients with operable CRC without distant metastases,
who had underwent blood tests in order to determine
the MMP-2 and MMP-9 serum levels in the following
points of time: preoperatively, 3, 6, 9 and 12 months
postoperatively.

Results. The values of the investigated MMPs decrease
postoperatively and start to increase 6 months later in
CRC patients of all stages, reaching the highest value
12 months postoperatively with statistically important
differences of MMP-2 and MMP-9 serum levels in
terms of disease staging and defined points of time.
Analysis of the results showed that MMP-2 serum le-
vels preoperatively, at 3" and 12" month postopera-
tively, as well as MMP-9 preoperatively and at 3", 9"
and 12" month postoperatively are in a significant
correlation with the poor outcome of the CRC patients.
According Kaplan-Meier survival curve, 2,65% of the
followed CRC patients survive more than 60 months;
52% of the CRC patients in Stadium Il survive more
than 48 or 60 months and 28% of patients in Stadium
111 survive more than 55 or 60 months.

Conclusion. The MMP-2 and especially MMP-9 serum

Correspondence to: Elena Kostova, Department of Preclinical and
Clinical Pharmacology and Toxicology, Faculty of Medicine, Ss. Cyril
and Methodius University, 1000 Skopje, RN. Macedonia; E-Mail:
eli_kos_pet@yahoo.com

values are important indicators for diagnosis of the CRC
patients and for monitoring of their disease progression.

Key words: colorectal cancer, matrix metalloproteinases,
staging, prognosis.

Ancrpakrt

Bogen. HaorameTo mporHocTHYKH MapKepH 3a Mmo00-
pa uaeHTU(HKAIHja Ha TAIMCHTUTE CO TIOBUCOK PU3UK
3a MOJOIIO NPEXUBYBAKE MOXE Ja Ouae AparoleHo
BO OJHOCHA OZpeNyBamke OTHOCHO MPHUJIArOAyBame Ha
Ipel- ¥ MOCTOIIEPAaTUBHUOT TPETMaH KaKO U OBO3MO-
YBamb€ Ha MOJI00pO Cleiehe Ha MAUeHTUTe 3a00IeHN
O] KapIMHOM. MaTpuKC METaJIONpOTEeHHA3UTE Ce TIPOU3-
BEJICHH OJ] TYMOPCKHUTE KIIETKH, Mla OTTYKA, THE MOXKaT
Ja Ouaat moBp3aHU CO TyMOpCKaTa MporpecHja BKIY-
YyBajKl WHBa3Wja, MUTpaIfja, aHTHOTCHE3a U MeTa-
crazupame. llenta Ha HameTo HcTpaxkyBame Oerre ma
ce ucnuraat cepymckute HruBoa Ha MMP-2 1 MMP-9
U MCTHTE J1a CEKOPEINPAAT CO MATOIOUIKUTE TOAATOIH
KaKO IITO CTAAMYMOT M HCXOJOTHA ITAI[IEHTHTE CO
KoJopekTamHroT KapunHoM (KPK).

Metoau. MctpxyBameTo Oermie HampaBeHO Ha 82 ma-
nueHTH co onepadwien KPK 6e3 nanednn meracrasw,
Ha KOW MM 0Oea 3eMeHH KPBHU IPUMEPOIIH CO IIeT 1a ce
yIBpaaT cepymckute HHBoa Ha MMII-2 u MMII-9 Bo
CJIEJHUTE BPEMEHCKHU TOUYKU: IIPeoNepaTuBHo, 3, 6, 9
u 12 Meceln MOCTONEPAaTUBHO.

Pe3yararu. Bpeanoctute Ha nciuryBanure MMII6ea
HaMaJeHHU MOCTOIIEPATHBHO U IOYHAa J1a Ce 3TroJieMy-
BaaT 6 Mecely MO/IOIHA Kaj MAIUCHTHTE OJI CUTE CTa-
muymu co KPK, mocTurayBajku HajBHCOKH BPEIHOCTH
12 Mecernm MOCTONEPaTHBHO CO CTATUCTUYKH 3HAYAjHU
pa3nuku Bo cepymckure HuBoa Ha MMP-2 u MMP-9
¥ BO OJTHOC Ha CTAJAWyMOT Ha Ooiecra u Ha AehUHH-
paHWTE BPEMEHCKH TOUYKH. AHaJIH3aTa Ha pe3yITaTHTe
MOKaXka Jieka cepyMckure HuBoa Ha MMII-2 nobuenun
MpelonepaTuBHO, BO 3-TH U 12-TH Mecel IocTomnepa-
TUBHO, Kako 1 MMP-9 nipenonepatuBHo U BO 3-TH, 9-
TH 1 12-TH Mecel IOCTONEPaTHBHO CE BO 3HAYajHA KO-
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penanyja co JIOMMKOT ucxoy Ha nanuentute co KPK.
Cnopen Kaplan-Meier kpuBara Ha npexuByBame, 2,65%
on crnenennte nampenTn co KPK nmpexwuseane moseke ox
60 mecenu, 52% oxn nanuenture Bo Craguym |l npexu-
Beasie noseke ox 48 no 60 mecenu u 28% ox ciene-
Hute namuertd Bo Craamym |ll mpexuBeane moBeke
o1 55 no 60 mecer.

3akiay4yok. Cepymckure Bpeanoctd Ha MMII-2, a oco-
6eHo Ha MMII-9 ce BaxHM WHAMKATOPH 3a JUjarHOC-
tunupame Ha KPK u 3a cineneme Ha nmporpecujara Ha
Oorecra.

KJIy‘lHH 360p0BH: KOJIOPEKTAJICH KapIWHOM, MaTpUKC
METAJIONPOTCUHA3U, CTAAUYM, IIPOIrHO3a

Introduction

In all tissues, the extracellular matrix (ECM) provides
a structural and biochemical framework for cell suppor-
ting and scaffolding, with a range of functions impor-
tant for regulating both inter- and intra-cellular signa-
ling, and for cellular differentiation, adhesion and in-
vasion. Cancer cells interact with the ECM, and struc-
tural remodeling of ECM is important for cell migration
from a primary tumor site. Proteins comprising the ECM
play critical roles in cell proliferation and migration,
and different proteases control ECM remodeling and
degradation. One specific group of proteolytic enzymes,
matrix metalloproteinases (MMPs), was studied extensi-
vely as key mediators of ECM degradation and in the
processing of other bioactive molecules [1].

In a variety of different cancers, increased MMP ex-
pression and activation generally promote hallmarks of
tumor progression including angiogenesis, invasion
and metastasis, and correlate with shortened survival.
Nonetheless, more recently, some MMPs were shown
to have tumor protective effects [2].

MMPs comprise a large family of at least 25 zinc-
dependent endopeptidases capable of degrading all
components of the ECM and are categorized primarily
by their structural features as gelatinases, collagenases,
membrane-type, stromelysins and matrilysins. MMPs
have a common domain structure including a pro-pep-
tide, a catalytic domain, a hemopexin-like C terminal
domain, and a hinge region that links the catalytic site
with the hemopexin domain [3]. They are synthesized
as secreted or membrane-associated inactive zymogens,
and must be proteolytically processed to an active
state. This processing involves removal of a cysteine
residue that interacts with zinc ions from the active
site, thereby resulting in MMP activation.

Among the MMPs, matrix metalloproteinase 2 (MMP-
2) and matrix metalloproteinase 9 (MMP-9), as mem-
bers of gelatinase sub-family of MMPs, play important
roles in the migration of malignant cells. Due to their
ability to degrade type IV collagen and gelatin, they

also share proteolytic activity against other extracellular
matrix molecules [4,5]. The mechanisms of activation
of these enzymes are different. MMP-9 modulates per-
meability of the vascular endothelium, whereas MMP-
2 promotes cleavage of extracellular matrix proteins
and is intensively expressed by tumour and stromal com-
ponents of cancer [6].

Increased levels of matrix metalloproteinase in tumour
tissues or in blood circulation have been found to
correlate with many cancers, including colorectal cancer
(CRC). Several previous studies have shown that
MMPs may play an important role as an indicator for
apperance of CRC and its progression [7,8].

Colorectal cancer (CRC) is a common disease and it is
one of the leading causes of cancer related deaths in
developed countries [9]. Despite improvements in surgi-
cal techniques, adjuvant and neo-adjuvant chemothera-
py, the 5-year survival rate in patients with CRC ranges
from 5-90% with tumour progression (stage I: 90-95%,
Il: 75-85%, Ill: 50-60% and IV: 0-10%). The prognosis
in patients without distant metastasis varies from 50-
95% depending on the tumour stage [10].

It is widely recognised that prognostic information based
on clinical and histopathological investigation is insu-
fficient, although tumour stage and lymph node invol-
vement are the main prognostic tools in evaluating CRC
patients specific survival. Finding prognostic markers
to better identify patients with higher risk for poor sur-
vival [11,12] would be valuable in order to customise
pre - and postoperative treatment as well as to enable
closer follow-up of these patients.

In our study, we examined MMP-2 and MMP-9 serum
levels and correlated them with pathological data such
as stage of the disease and the patients’outcome.

Material and methods

The study included a total of 82 previously untreated
CRC patients, 30(36.58%) females and 52(63.41) males
(aged 43 to 75 years, mean age of 67.85; SD+9.67) with
operable CRC, without detectable distant metastases, who
respected the medical instructions and were available
for follow-up. All patients underwent a surgical resec-
tion of the primary neoplasm at the University Clinic
for Abdominal Surgery in Skopje in the period of 2
years (2007-2009).

Blood samples from all patients were drawn before
surgical treatment, as well as 3, 6, 9, and 12 month post-
operatively in order to examine MMP-2 and MMP-9
serum levels. None of the CRC patients had received
chemotherapy before blood sample collection. To
standardize clotting conditions, all sera were separated
within 1 h after blood collection, aliquoted and stored
at -80°C until assayed.

Serum levels of MMP-2 and MMP-9 were determined
using an quantitative solid phase sandwich enzyme-
linked immunosorbent assay (ELISA) (R&D Systems,
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USA) according to the manufacturer's instructions.
MMP-2 and MMP-9 technique can detect both pro-
and active forms of recombinant human MMP-2 and
MMP-9. High concentrations of MMP-2, and MMP-9
were diluted with calibrator, to produce samples with
values within the dynamic range of the assay.

The surgically removed specimens were histopatholo-
gically analyzed at the Institute of Pathology of the
Faculty of Medicine, Skopje, where the pathological
stage was defined for every patient according to the In-
ternational Union Against Cancer (UICC-pTNM) and
American Joint Committee on Cancer (AJCC) 2010.
Forty-three patients with stage 11 B and Il (A,B,C) re-
ceived adjuvant chemotherapy at the Institute for
Radiotherapy and Oncology in Skopje.

Correlations were made between the MMPs serum
levels and the pathological parameters.

Statistical analysis

Descriptive statistics (mean) are given according to
normality of the distribution. Normality of the distribu-
tion was determined by Kolmogorow-Smirnov’s test.
Analysis of variance with Kruskall-Wallis test was
first used in the analysis of different sample types. In
the case of significant results, the analyses were con-
tinued by pairing the variables and analyzing them
with Mann-Whitney’s U-test. Fisher’s exact probability
test and Pearson’s Chi-Square test (r) were used for
testing the association (linearity of the correlation of

serum concentrations) between MMPs and major
prognostic variables in CRC, such as grade and stage.
P-values less than 0.05 (p<0.05) were considered as
statistically significant. Survival curves were generated
by the Kaplan-Meier method, and the log rank test was
utilised to compare survival curves. A value of p< 0.05
was considered statistically significant. 95% confidence
interval (95%CI) was calculated for variables including
gender, age, and delay in diagnosis, tumour site and stage.

Results

There have been 17(20.73%) patients in stage | of the
disease, 40(48,78%) patients in stage Il and 25(30,48%)
patients in stage 11l. Lymph node metastases were sub-
stantiated in 25(30,48%) patients and were not find in
57(69,51%) patients with different pT category (Table 1).

Table 1. Staging of the disease in CRC patients according to
AlCC

Number of 0
Stage PTNM patients (n=82) &

pT1 NO MO 8

: pT2 NO MO 9 207
pT3 NOMO 22

I pT4a NO MO 18 e
pT3 N1b MO 7
pT3 N2a MO 9

ol pT4a N1b MO 4 048
pT4a N2b MO >

Table 2. Average serum levels of MMP-2 and MMP-9 (ng/mL) in terms of disease

staging and defined points of time

MMP-2 MMP-9
(ng/mL) (ng/mL)

Stadium I 1 1 I I 1"

Preoperatively 117.62 147.96 169.72 259,03 313.35  384.34

3months 10485 1375  154.38 234 24931  307.54

postoperat.

6 months 11733 16245 2319 29863 358.143 576.86

postoperat.

9 months 126.99 186 252 32043 42983  717.11

postoperat.

12 months 14073 22334 27151 34111 52165 846.45

postoperat.
The majority of patients were with pT3NOMO (26.82%), 300
i.e. patients in stage Il A of the disease, and the sma- 800
llest number of patients were with pT4aN1MO0 (4,87%), 700 R
i.e. patients in stage 111 B of the disease. 600 :Mwizsiu
The mean MMP-2 and MMP-9 serum levels in terms 500 /" Pt
of disease staging and defined points of time are 400 st
shown in Table 2 and Figure 1. 300 W

. 200 ] == MMP-9 St II
The mean value of MMP-2 serum levels shown in 4%_‘ VMBSt
Table 2 and Figure 1, in patients with stage | of the 100 7
disease, decreased after the operation and started slightly 0 ‘
. . 0] 1 2 3 4 5 6

to increase after the 3th month postoperatively.

This might be due to the 6 patients with poor outcome

Fig. 1. Average serum values of MMP-2 and MMP-9 (ng/mL)
in terms of disease staging and defined points of time
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in this group, with mean survival time of 28,5 months.
The curve of the patients in stage Il of the disease goes
very similarly to the curve of patients in stage | and
reaches the peak in the 12th month postoperatively;
that may be due to the 19 out of 40 patients with poor
outcome, with mean survival of 26,66 months.

The mean levels of MMP-2 in patients in stage Il of
the disease, decreased after tumour resection, increased
abruptly after the 3th month postoperatively and conti-
nued to increase slightly after the 6th month post-
operatively. This might be due to the poor outcome of
more than half of the patients, 18 out of 25 patients
with mean survival time of 21,8 months.

There was a significant difference between the mean

MMP-2 serum levels before tumour resection and after
the operation, i.e. between the preoperative and post-
operative levels during defined control points of time
in all encompassed CRC stages. There was a significant
difference of the MMP-2 serum levels among the
stages (p<0,05).

There were significant differences between MMP-9
serum levels in all stages (p<0,01), as well as between
preoperative and postoperative serum levels in all
defined points of time.

The number of patients who received chemotherapy
and the outcome of all included patients in the study
are shown in Table 3.

Table 3. Patients with different stage of the disease who received chemotherapy and the outcome

of the disease

Stadium With Without Poor
_ % % %
N=82 chemotherapy chemotherapy outcome
Stadium | / / 17 20.73 6 7.31
Stadium 1A / / 22 26.82 8 9.75
Stadium 11B 18 21.95 / / 11 1341
Stadium 111 B 20 24.39 / / 15 18.29
Stadium 111 C 5 6.09 / / 3 3.65
Total 43 52.43 39 47.56 43 52.43
Cumulative Proportion Surviving (Kaplan-Meier)
o Complete Censored
1.0
0.9
:g 08
2
2 0.7
g 0° : PSS
2 o A
g o5 5
E o,
O g4 6
6 ‘
o
0.3 S
2E — Stage 1
"5 10 15 20 25 30 35 40 45 50 55 60 65 Z:age 2
age 3

Time

Fig. 2. Kaplan-Meier survival curves for colorectal cancer patients in Stadium I, Il and 111

According Kaplan-Meier survival curve shown in
Figure 2, 65% of the followed CRC patients survive
more than 60 months; 52% of the CRC patients in
Stadium 11 survive more than 48 or 60 months and
28% of patients in Stadium 111 survive more than 55 or
60 months.

We found significant differences in terms of the poor
outcome in the CRC patients between stage | and stage
Il B (p<0,05), between stage | and stage Il (p<0,01)
(Figure 3. Log-Rank Test: WW=-5.041; Sum=22.863;

Var=5.6428; Test statistic=-2.12226; p=.03382), as
well as between stage Il A and stage Ill (p<0,01).
Associations of the examined parameters and poor
outcome are shown in Table 4, where it is shown that
MMP-2 serum levels preoperatively, at 3th and 12th
month postoperatively, as well as MMP-9 preoperatively
and at 3th, 9th and 12th month postoperatively are in a
significant correlation with the lethal outcome of the
CRC patients.
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. 3. Kaplan-Meier survival curves for colorectal cancer patients in Stadium | and 111

Table 4. Correlations between analyzed parameters and

outcome in CRC patients

Parameter p R
Stadium <0,001 0,635
pT <0,005 0,331
PN <0,005 0,618
MMP-2 preoperatively <0,001 0,156
MMP-2

3 months postoperat. <0,005 0.793
MMP-2

6 months postoperat. NS /
MMP-2

9 months postoperat NS /
MMP-2

12 months postoperat <0,001 0,548
MMP-9 preoperatively <0,001 0,619
MMP-9

3 months postoperat <0,001 0,351
MMP-9

6 months postoperat NS /
MMP-9

9 months postoperat <0,001 0,219
MMP-9 <0,001 0,416

12 months postoperat

Discussion

Several studies confirmed that high preoperative serum
or plasma MMP-2, MMP-9 and mainly TIMP-1 antigen
levels are strong predictive factors for poor prognosis
in patients with CRC [13-17].

The potential tumor marker role of MMPs and TIMPs
has also been extensively studied. It has been demon-
strated that MMP-9 and TIMP-1 have significant po-
tential as biomarkers in CRC. Diagnostic sensitivity of
MMP-9 and TIMP-1 was consistently higher as com-
pared with the conventional biomarkers (CEA or CA
19-9) [18-20].

Some conversation about the optimization of the
measurement of blood MMP levels has been engaged
already, but Tanus-Santos et al. recommend in their
article that plasma samples should be used to measure
MMP activities and that serum samples should not be
used [21]. There are also some controversial studies about
MMP measurements in tumor and plasma samples.
Curran et al., have shown that tumor tissue MMP
profile is an independent prognostic indicator in CRC,
but Waas et al., did not find any correlation between
plasma proMMP-2 and proMMP-9 activities and
prognosis of patients with colorectal cancer [22,23].
What is important in marker studies on the clinical
aspect is that the same method is used throughout the
study. From the clinical point of view, however, no
disease-specific level of MMP-9 can be pointed out
and if MMP-9 value is used in clinical practice, the
measurements should be followed individually only
and together with computed tomography scans.

One of the greatest challenges in CRC management is
to predict the outcome of each patient so that we can
determine who will really benefit from intensified
adjuvant therapy. The classical TNM staging system
relied heavily on the exact extent of cancer at the time
of diagnosis and is greatly predictive in stage | and
stage IV tumors. However, it is less informative for
patients including stage Il and stage Il CRC. After
curative surgery, stage Il CRC patients experience 50%
chance of developing recurrence. It is well documented
that the overall survival rate of stage 11l CRC could
clearly benefit from adjuvant chemotherapy. In contrast,
the role of adjuvant chemotherapy for stage 1l CRC is
still controversial, despite the 20% recurrence in this
group. Proteolytic enzymes may help to identify patients
who are more likely to have disease relapse and high
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risk of death, thus those who are potential candidates to
receive aggressive adjuvant chemotherapy [24,25].

Conclusion

In our study, we have determined that the MMP-2 and
MMP-9 serum levels decrease considerably after the
resection of the primary neoplasm; than MMP-2 serum
levels preoperatively, at 3th and 12th month postope-
ratively, as well as MMP-9 preoperatively and at 3th,
9th and 12th month postoperatively are in a significant
correlation with the poor outcome of the CRC patients.
Subsequently, detection of serum MMP-2 and MMP-9
is feasible and done through a noninvasive technique.
They are potential serum markers which can be useful
in the CRC detection and in monitoring of the disease
progression.

Conflict of interests. Not declared.
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Abstract

Introduction. The kneecap is a particularly large se-
samoid bone. Its function in the largest joint in the
human body is very important. The patella is one of
the key factors fora stable knee joint. The right choice
of surgical treatment of C2 and C3 articular complex
patella fractures according to AO classification is still
controversial among surgeons. We conducted a compa-
rative study of three surgical methods at the University
Clinic of Traumatology in the period 2015-2018. Only
C2 and C3 fractures were included.

Methods. Eighty-four patients were observed at the
University Clinic of Traumatology between 2015 and
2018. The first surgical technique was internal fixation
(with screws or tension band-Zuggurtung technique). The
osteosynthesis was made in 50 patients with a mean age
of 56 years. The second surgical method was partial
patellectomy with reinsertion of the patella’s ligament.
It was made in 30 patients with a mean age of 69 years.
The third surgical method was total patellectomy. It
was performed in 4 patients with a mean age of 83 years.
The inclusion factors were: complex articular patella
fracture (C2 and C3 according to AO classification),
general good health (morbidities that preclude giving
anesthesia) and signed permission for follow-ups. The
surgery took time in the first 24 hours after the trauma
event in all patients. The patients with advanced gonarthro-
tic changes, with previous operations on the knee, or
previous mobility problems with the knee joint were
excluded. All patients wore plaster cast 2 to 4 weeks
after surgery. The follow-ups were made on the third
day after surgery, on the 12th day, at one month, three

Correspondence to: Andreja  Gavrilovski, University Clinic of
Traumatology (TOARILUC), 1000 Skopje, R. N. Macedonia; E-mail:
gavrilovskia@yahoo.com

months and six months after surgery. All patients were
evaluated according to functional test and questionnaires
about mobility and pain. All patients underwent phy-
sical therapy.

Results. In all three groups the follow-ups were made
for functional testing. In all three groups functional tes-
ting and questionnaires about mobility and pain were
made one month, three and six months after surgery.
The functional testing was made according to Tegner-
Lysholm knee scoring scale. The questionnaire inclu-
ded issues about the grade of pain, ability for doing
everyday activities, surgical complications like contrac-
ture of the knee joint, extreme pain, and infections.
Revisions were madein 3 patients.

Discussion. Our results have shown that osteosynthe-
sis should be made whenever suitable. However, if the
fragments of the fracture are too small and ideal repo-
sition is not achieved, the best solution is partial patellec-
tomy. In elderly female patients where osteoporosis is
advanced, partial patellectomy is more appropriated
than internal fixation. Total patellectomy is a salvage
method with unsatisfactory outcome.

Keywords: patella fracture, knee joint, surgery, follow-up

Ancrpaxkr

Bogen. YammkaTa Ha KOJIEHOTO € HajrojieMa Ce3MOUIHA
KOCKa M (DyHKIIMjaTa BO KOJEHHOT 3700 U € MHOTY
BaxkHa. [latenara e exen ox GpakropuTe 3a CTAOMIHOCT
Ha KOJIEHOTO. BrcTrHCKHOT n300p 3a onepaTHBeH TpeT-
maH Ha C2 n C3 KOMIUIEKCHH MHTPAapTHKyJIapHH (pak-
Typu criopen AO kracudukanyja e ceymre TemMa Ha
JMcKycHja ioMery xupyp3aute. Ha Kimankara 3a Tpayma-
TOJIOTHja c€ CIPOBECHA MPOCIEKTUBHA KOMITapaTHBHA
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CTyIWja HA TPHU XUPYIIKU METOAU BO IEPHOIOT OJ
2015 no 2018 roauua.

Metoau. Ha Knunukara 3a Tpaymarosnoruja ce cnpo-
BeZIe MPOCIICKTUBHA KOMITAPATUBHA CTY/AUja HA TPU XH-
pyuky Metoau Bo niepuonoT ox 2015 mo 2018 roguna.
OcymMmeceT U YeTHpH MalMeHTy Oea mpocienaenu. [p-
BaTa XHMpYyIIKa TeXHWKa Oemie Zuggurtung Merozaara,
Koja Oerrie 3actarnieHa kaj 50 mamueHTH Ha cpeHa BO3-
pact oxn 56 roguau. BTopara Xupyiika TexHHKa Oerre
napiiyjaiiHa naTeyieKToMuja, cripoBeieHa kaj 30 maruen-
TH Ha CpeiHa Bo3pacT oA 69 roauHu. Tperata Xupypiika
TEXHHKa Oellle TOTaJHA MaTeJeKTOMHUja U Oele Crpo-
BeJieHa Kaj 4 MalMeHTH Ha cpeaHa Bo3pacT oj 83 ro-
nuHu. VHkmy3uBHY (aktopu 6ea C2 u C3 KOMIUIEKCHU
WHTpaapTuKylapau Qpaktypu crnopen AO xinacudu-
Kalija, MMO3UTHBHA aHECTE3WOJIOIIKA eBaylyallija, I0T-
NHIIaHa W3jaBa 3a COTJIACHOCT 32 y4EeCTBO BO CTYIH-
jata, Kako ¥ MO>KHOCT 3a MBEIlyBame Ha olepalmjara
BO mipBuTe 24 yaca. [larmenTrure co ToHApPTPO3a, IIPET-
XOJIHH OIlepanyy Ha KOJIeH 3IJ100, KaKO U IPETXOTHU
MOTEIIKOTHN CO MOOWIIHOCT Ha KOJIEH 3700 Oea mc-
kiydeHu. CuTe MalueHTH Hocea MMOoOWIn3anyja 2 10
4 wWenenu mo omepatuBeH TpetMaH. IlanmumeHTuTe ce
ciefea Ha 3-THOT JIeH 1o onepanyja, 12-Tuot aeH, mp-
BHOT, TPETHOT U MIeCTHOT Mecell. Cute marueHTn Oea
eBaJIyHpaHU criopell (yHKIMOHAIHU CKOPOBH M TIpa-
manauy. Kaj cure nauuenTtu Oerie cripoBeneHa (u-
3WKaJTHA Teparmja.

Pe3yararu. Kaj cure Tpu rpynu (GyHKIHOHATHUTE Tec-
THpama Ce HalpaBHja Ha MPBHUOT, TPETHOT U IIECTHOT
Mecerr mo omeparja crnopen Tegner-Lysholm knee
scoring scale. IlpamajgaunuTe Oea 3a CTCNEHOT Ha
60Jsika, CIIOCOOHOCT 3a M3BPIIYBAKE HA CEKOjIHEBHU
akTuBHOCTH. [lojaBa Ha KOHTPaKTypH U MH(EKIHH Oca
Hotupanu. Kaj 3 manpieHTH Oea HalpaBeH! PEBHU3HH.
Hduckycuja. Octeocunresa Tpeda J1a ce HalpaBU CEKO-
raur Kora € MoxHO. JIoKoiKy (QpakTypHUTE CETrMEHTH
ce MpeMald 3a TOCTUTHYBamkE Ha aHATOMCKA PETO3H-
Mja, moJo0po € Ja ce HampaBH MaplivjaiHa maTesiek-
tomuja. Kaj mocrapu, moceOHO *EHCKU MAIUEHTH, map-
[MjaTHa TaTeJIeKToMHja € momodap m30op. TortamHa
HaTeJIeKTOMHja JlaBa He3aJ0BOJUTENHN (PyHKIHOHAN-
HU pe3yaTaTH.

K.]'ly‘-lHIfl 360p0B](I! CKPHICHUIIN Ha IaTejia, ONCPAaTUBCH
TPETMaH, CJIICACHE

Introduction

The knee cap is the largest sesamoid bone of the human
body and is embedded in the quadriceps tendon. It is
one of the few bones without a periosteal surrounding.
The patella is one of the key factors to a stable knee
joint. Fractures of the patella account for about 1% of
all skeletal injuries and can lead to profound impair-
ment due to its crucial function in the extensor mecha-

nism of the knee. According to epidemiologic studies,
these fractures occur twice more often in male than in
female and are most prevalent within the age group of
20-50 years. The majority of cases are caused by direct
injury mechanism. The resulting fracture type depends
on the trauma mechanism (i.e. direct or indirect), the
energy transmitted to the bone and the bone quality.
The most common fracture pattern is a simple 2-part
diversion caused by a direct blow (i.e. dashboard inju-
ry). As a result of the bony lesion the extensor mecha-
nism of the knee joint can become insufficient. The
degree of the insufficiency depends among other factors
on accompanying damage to the reserve extensor
mechanisms. Additional injuries to the adjacent bones
are rare, but can affect the articular surface of the
distal femur. The most frequent indirect mechanism is
a fall on the feet with eccentrically contraction of the
quadriceps muscle. Depending on the velocity of the
fall and the resistance of the extensor mechanism, either
the patella or the adjacent tendons fail. Most frequent
causes are traffic accidents in 78.3%, followed by work-
related accidents in 13.7% and domestic accidents in
11.4%. Sports-related fractures of the patella are relati-
vely seldom.

The diagnosis of a fracture of the patella is made on
the basis of the injury mechanism, physical examina-
tion and the radiological findings. It is suspected in all
patients who have sustained a direct impact to the an-
terior knee and are unable to actively extend their knee
after flexion injury or fall.

The right choice of surgical treatment of C2 and C3 arti-
cular complex patella fractures according to AO classi-
fication is still controversial among surgeons. We con-
ducted comparative study of three surgical methods at
the University Clinic of Traumatology in the period
2015-2018. Only C2 and C3 fractures were included.

Materials and methods

Eighty-four patients were observed at the University
Clinic of Traumatology. All selected patients were in-
formed about the study and formal consent was ob-
tained. Every fracture of patella was classified by AO
surgical references classification. The surgery took time
in the first 24 hours after the trauma event in all patients.
The first surgical technique was internal fixation (with
screws or tension band-Zuggurtung technique). The
osteosynthesis was made in 50 patients (36 females and
14 males) with a mean age of 56 years.

The second surgical method was partial patellectomy
with reinsertion of the patella’s ligament. It was made
in 30 patients (24 females and 6 males) with a mean
age of 69 years. The third surgical method was total
patellectomy. It was performed in 4 patients (2 females
and 2 males) with mean age of 83 years.

Inclusion factors were: complex articular patella frac-
ture (C2 and C3); general good health (morbidities that
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preclude giving anesthesia), isolated trauma and sig-
ned permission for follow-ups. Exclusion factors were:
advanced gonarthrotic changes, previous operations on
the knee, previous mobility problems with the knee
joint and polytraumatised patients.

For each patient a preoperative protocol was followed:
chest x-ray, x-ray of the injured knee AP and lateral
view, blood count, ASSA evaluation, questionnaire about
previous illnesses and mobility.

The first surgical technique was internal fixation (with
screws or tension band-Zuggurtung technique). The

osteosynthesis was made in 50 patients (36 females
and 14 males) with a mean age of 56 years. This pro-
cedure was performed with the patient in a supine po-
sition with the knee flexed in 30 degrees. A mid-axial
longitudinal approach was used. The knee joint and
fracture lines must be irrigated and cleared of blood
clot and small debris to allow exact reconstruction.
The larger fragments were reduced using a pointed
reduction forceps or tenaculum. Reduction was held
by one or two reduction forceps and was verified by
palpation of the retropatellar surface.

Fig. 1. Male, 49 yr, injured in bike accident. Zuggurtung method. Tegner and Lysholm score of 83 points

Using the outside-in technique, the first K-wire was
drilled in an axial direction. The second K-wire was dri-
lled parallel to the first, through the reduced fragments
ensuring the K-wires do not enter the joint. It may be
difficult to find the right direction and position for the
wires. Two parallel K-wires were inserted to give more
stable fixation. The position of the wires was checked

with fluoroscope before proceeding to insert the tension
band. We chose wire of enough strength to withstand
the tensile forces generated in the figure-of-eight loop
(1.0-1.25 mm diameter). A figure-of-eight is superior
in neutralizing tension forces and is therefore preferred
by many surgeons. While tightening the figure-of-eight
wire with the knee in extension, we always checked the

Fig. 2. Female, 46 yr, fall on the knee. Type c3 patella fracture. Partial patellectomy.
Tegner and Lysholm score of 90 points

reduction by palpating the retro-patellar surface (Figure 1).
The second surgical method was partial patellectomy
with reinsertion of the patella’s ligament. It was made

in 30 patients (24 females and 6 males) with a mean age
of 69 years. This procedure was performed with the
patient in a supine position with the knee flexed in 30
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degrees. A mid-axial longitudinal approach was made.
Debridement of heametoma and little bone fragments
was made. Suture was made with non-absorbable suture
of the most proximal part of the remaining patellar
tendon to the remaining patella using suture anchors.
Repairing of lateral and medial parapatellar retinacula
was made. (Figure 2).

The third surgical method was total patellectomy. It
was performed in 4 patients (2 females and 2 males)
with mean age of 83 years. This procedure was
performed with the patient in a supine position with
the knee flexed in 30 degrees. A mid-axial
longitudinal approach was made. It is a salvage
method where we excised the remaining patella and
suture the proximal extensor mechanism with a non-
absorbable suture to the distal extensor mechanism.
The surgery took time in the first 24 hours after the
trauma event in all patients.

A tutor cast was applied to each patient after surgery.
All patients were on antibiotics, pain Kkillers and
therapy with LMWH. All patients wore plaster cast 2

Table 1. Tegner-Lysholm knee scoring scale

to 4 weeks after surgery. The follow-ups were made
on the third day after surgery, on the 12th day, at one
month, three months and six months after surgery.
Examination in outpatient settings was made at one
month, three months and six months after surgery.
Tegner-Lysholm score was noticed at the third month
and at the sixth month.

Results

In all three groups the follow-ups were made for
functional testing after the third month and sixth
month after surgery. In all three groups functional
testing and questionnaires about mobility and pain
were made at three and six months after surgery (after
two or three cycles of physical therapies). The
functional testing was made according to Tegner-
Lysholm knee scoring scale (Table. 1). From 91 to 100
points the results were considered to be excellent:
from 90-84 good results; 65 to 83 fair and from 64

points and less were poor results.

Modified Lysholm limp
(5 points)

MNone = 5
Slightly or periodically = 3
Severe or constant =0

Support (5 points)

Mone=5
Limp =2
Weight-bearing impossible = 0

Locking (15 points)

Mo locking or crepitation sensation = 15
“Catching” sensation but no locking sensation = 10
Occasional locking = 6

Frequently = 2

Locked joint on examination = 0

Instability (25 points)

Has never presented buckling = 25

Rarely during sports activities or other exertion = 20
Frequently during sports activities or other exertion = 15
Occasionally in daily living activities = 10

Frequently in daily living activities =

With every step =0

Pain (25 points)

Mone = 25

Inconstant and slight during severe exertion = 20
Marked during severe exertion = 15

Marked on or after walking 2 km or more = 10
Marked on or after walking less than 2km =5

Constant=0

Joint effusion/swelling (10 points)

Mone =10
On severe exertion = 6
On slight exertion = 2

Constant=0

Stair climbing (10 points)

Mo problem = 10

Slightly impaired = 6

Step by step (one stair at a time) = 2
Impossible = 0

Squatting (5 points)

Mo problem =5
Slightly impaired = 4
Up to 90 degrees = :
Impossible = 0

TOTAL COUNT

Reszult (flrst letter)

Excellent: 91-100 | Good: §3-90 |

Falr: 65-583 | Poor: < or m 63

Three months after surgery there was no significant
difference between the results of the three groups
(Table 2). On the other hand, after six months, group 1
and 2 showed increased Tegner-Lysholm knee score,

but the third group did not (Table 3). This confirmed
the hypothesis that in total patellectomy the functional
results were surprisingly good in the first 2 months,
yet after that period the function decreased rapidly.
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Table 2. Results fromTegner-Lysholm knee scoring scale three months after surgery

Teaner-Lysholm Group 1 Group 2 Group 3
9 Y 50 patients treated 30 patients treated with 4 patients with total
scoring scale results - . .
with osteosynthesis partial patellectomy patellectomy
Average results 70 67 68

Table 3. Results fromTegner-Lysholm knee scoring scale six months after surgery

: Group 1 Group 2 Group 3
Tegner Lysholm 50 patients treated 30 patients treated with 4 patients with total
scoring scale results - . .
with osteosynthesis partial patellectomy patellectomy
Average results 89 83.4 55.8

Table 4. Comparative results fromTegner-Lysholm knee scoring scale between female patients above
50 years, six months after surgery

: Group 1, patients treated with Group 2, patients treated with
sc-:)—??nnegclé?;srgs!mts osteosynthesis >50 yr, partial patellectomy >50 yr, 14
9 20 of 36 female patients patients out of 24 female patients
Average results 774 84.2

The Tegner-Lysholm knee score were higher in female  Revisions were made in 3 patients. All three of them we-
patients older than 50 years of the second group than  re in the first group treated with Zuggurtung method.

in the first group (Table 4). Two of them were re-operated because of loosening of
Postoperative complications like contracture of the knee  the K-wires and one because of severe contracture of
joint, extreme pain, infections were evaluated, too. the knee joint (Figure 3).

Fig. 3. Complications-revision after tension band fixation in male patient due to contracture

Discussion fragments. The principles of AO trauma references are

clear that we should always tend to do anatomical re-
Surgical treatment of comminuted patellar fracture invol-  duction to all joint fractures. Additionally to that prin-
ving the articular surface is often complicated and di-  ciple is that patella consists of a large number of

fficult, mainly due to weak patellar bone and more small ~ cancellous bones, and the fracture heals quickly. Ho-
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wever, resection of all (total patellectomy) or part of
the patella (partial patellectomy) may be indicated in
certain situations. Biomechanical studies have demon-
strated that removal of the patella decreases the quad-
riceps strength by 50%. Partial patellectomy is indica-
ted for severely comminuted fractures of the superior
or inferior pole that comprise less than 40% of the
patellar height and are not amenable to fixation.

Lue et al. [12] used non-absorbable suture cerclage com-
bined with nickel-titanium patellar concentrator to treat
comminuted fracture patterns; 75.8% of the patients
have excellent results and 24.2% have good results.
These authors proposed that for comminuted patellar
fractures, laterally displaced fragments cannot be stably
fixed by the nickel-titanium patellar concentrator due
to traction of the patellofemoral constructs during knee
flexion.

Yangyang Sun et al. [13] used the clinical grading
scales of Bostman and the average score of the final
follow-up was 28.7 (range 20-30). The average score
of 32 (84.2%) excellent patients was 29.5+0.7 (range
28-30) and that of six (15.8%) good patients was
24.5+2.2 (range 20-27). The range of knee flexion
activity of patients was 130° (range 110-140), and the
prognosis was satisfactory.

The studies above suggest good functional results after
reduction and fixation of patellar fractures. This con-
firms our results that after a good anatomical reduction
of the joint surface and rigid fixation, with proper rehabi-
litation a good outcome is very likely to be achieved.
However if a reconstruction is not possible, partial
patellectomy is preferred over total patellectomy.

Conclusion

Our results have shown that osteosynthesis should be
made whenever suitable. However, if the fragments of
fracture are too small and ideal reposition is not achieved,
the best solution is partial patellectomy. In elderly fe-
male patients where osteoporosis is advanced, partial
patellectomy is more appropriate than internal fixation.
Total patellectomy is a salvage method with unsatis-
factory outcome.

Conflict of interest statement. None declared.
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Case report

PARACENTESIS-INDUCED ABDOMINAL WALL HEMATOMA: CASE REPORT AND REVIEW

OF LITERATURE

XEMATOM HA AB/IOMUHAJIEH 311 ACOHUPAH CO INTAPAIIEHTE3A: IIPUKA3 HA

CJIYYAJ U ITIPETJVIEl HA JIMTEPATYPATA

Elena Curakova Ristovska, Magdalena Genadieva-Dimitrova, Kalina Grivceva-Stardelova,
Viktorija Caloska-lvanova, Nenad Joksimovik, Emilija Nikolovska and Ivana Milicevic

University Clinic of Gastroenterohepatology, Faculty of Medicine, Ss. Cyril and Methodius University,

Skopje, Republic of North Macedonia
Abstract

Despite the well-known coagulopathy-associated compli-
cations, paracentesis is considered a relatively safe
procedure when performed inpatients with liver cirrho-
sis. We present a case of a large abdominal wall hema-
toma after paracentesisin a 72-years-old male with de-
compensated cirrhosis, portal hypertension, refractory
ascites and moderately prolonged prothrombin time.
Several hours after therapeutic paracentesis wasperfor-
med at the usual point, in the left lower abdominal quad-
rant, the patient was admitted with severe abdominal
pain, circulatory instability and significant blood loss.
Ultrasound of the abdominal wall revealed a 10 cm intra-
mural hematoma at the puncture site.In addition to the
usual resuscitative measures, the patient required fresh
frozen plasma and five units of cryoprecipitate for defi-
nitive stabilization. Paracentesis-associated abdominal
wall hematoma is a potentially serious, life-threatening
complication requiring invasive therapeutic interven-
tion in most cases. In some caseshowever the conser-
vative treatment with cryoprecipitate and fresh frozen
plasma can also be quite effective.

Keywords: hematoma, paracentesis, bleeding complications,
liver cirrhosis

Ancrpakr

U moxpaj 1o0po mo3HATHTE KOMIUIMKAIIUH aCHIIOPAHU
CO KOaryJjorarHjara, maparneHrTe3ara ce CMeTa 3a pela-
THBHO 0Oe30e/lHa Mpolleaypa Kora ce u3BeayBa Kaj ma-
[IMEHTH CO MPHOMPOOHA 1Hpo3a. [IpeseHTHpame ciyyaj
Ha roJeM XeMaTOM Ha CTOMAYHHUOT 3WI MOCNEe IMapa-
[IEHTe3a Kaj MalueHT Ha Bo3pacT oj] 72 TOAWHHU CO Jie-
KOMIIEH3UpaHa I[IUPo3a, IOpPTaHa XUIepTeH3H]ja, ped
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pPaKTepeH acIMT U YMEPEHO MPOJOHTUPAHO MPOTPOM-
OuHCKO BpeMe. Hekonky 4aca 1o mapareHTe3aTa peati-
3MpaHa Ha BOOOHMYAaeHATa TOYKA, BO JOJHO JIEBHOT
a0JIOMUHAJICH KBAJIPAHT, MAIIMEHTOT OCIIe XOCIUTAIH-
3MpaH CO CWJIHA abJoMHHaiHA 0OJKa, IUPKYJIATOpHA
HECTaOMIIHOCT M 3HAYUTEJICH T'yOUTOK Ha KpB. Ha Mec-
TOTO Ha TaparieHTe3aTa yATpacoHOrpad)CKH ce yTBPAX
IPUCYCTBO Ha XeMaToM co rojeMuna o1 10 um. Ocsen
CO MPUMEHa Ha BOOOMYACHUTE PECYCLUTALCKH MEPKH,
MAIMeHToT Oerie Me(GUHUTBHO CTAOWITM3KMpPaH TIO aJMH-
HHCTpAIlFja Ha CBEXKO CMp3HATa IUia3Ma U TeT ¢IUHHIIH
KPHOMPELHUITUTAT. XEeMAaTOMOT Ha abJOMHHANEH 3Uj
acoIMpaH cO MapareHTe3a € MOTEHIMjaTHOCEPHO3HA JKH-
BOTO3arpo3yBayka KOMIUTMKALKja 3a KOja BO TIOBEKETO
Cllydad MOTpeOHA € MHBa3MBHA TEPAIlCBTCKA MHTECPBEH-
myja. Cemnak, Kaj HEKOM TAIlMEHTH KOH3EPBATUBHHOT
TPETMaH CO KPHOTPEIUITUTAT U CBEKO CMpP3HATA I1a3-
Ma MOXe Jia Oujie IPUIMYHO eUKACEH.

Kiryunn 360poBH: xeMaToM, apaleHTe3a, KpBapeuKu
KOMIUTMKAIIUH, PHOAPOOHA IUPO3a

Introduction

Liver cirrhosis is accompanied by many abnormalities
in primary hemostasis, coagulation and fibrinolysis [1].
For this reason, clinicians have historically been con-
cerned about an increased bleeding risk during inva-
sive procedures in patients with cirrhosis.However, re-
cent data suggest that liver cirrhosis actually creates
prothrombotic state [2]. In these patients there is an
unstable balance between prothrombotic and antithrom-
botic processes that routine coagulation tests do not
properly show [3-6]. Large volume paracentesis (LVP)
is rarely associated with clinicallysignificant bleeding
and other procedure-related complications and is consi-
dered a relatively safe procedure [7-10]. The incidence
of fatal bleeding is approximately 0.2% per procedure,
and the incidence of mortality due to bleeding compli-
cation is lower than 0.01% [11]. Paracentesis-related
bleeding complications (PRBC) are more prevalent after
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therapeutic vs. diagnostic LVP [9], in patients with
high CTP and MELD scores [9,13], in renal dysfun-
ction [7,12], in acute-on-chronic liver failure (ACLF)
[13] and in patients with low fibrinogen level [13]. More
importantly, PRBC are not related to elevated interna-
tional normalized ratio (INR)[9,12], low platelet count
[12] or operator’s experience [12]. There are three types
of PRBC described in the literature: abdominal wall he-
matoma, pseudoaneurysm, and hemoperitoneum. Although
they are all rare, according to one systematic review
abdominal wall hematomas occur mostfrequently [7].
While the bleeding may be due to direct puncture of a
superficial abdominal wall vein or a mesenteric varix,
in most cases the bleeding originates from a lesion of
the inferior epigastric artery or one of its tributaries
[7,9]. Most PRBC are minor and can be successfully
controlledwithsupportive medical measures such as
fluid resuscitation, blood transfusion and correction of
the coagulation disorders [12]. Occasionally, severe, life-
threatening bleeding can occur and an interventional
procedure is oftenrequired in order to control the bleeding.

Case report

We present a case of 73-year-old male withlong-term
alcohol consumption and recently diagnosed decompen-
sated liver cirrhosis, admitted to our department after
variceal bleeding. Transabdominal ultrasound revealed
findings typical for advanced liver disease, aslightly
enlarged spleen and alarge amount of ascites. Gastro-
scopy showed grade |11 esophageal varices. We perfor-
med band ligation of the esophageal varices and after
stabilization the patient was discharged on anon-selec-
tive beta blocker, lactulose and dual diuretic therapy.

In the follow-up period, we noticed his ascites to be
diuretic resistant and proceeded to perform uncompli-
cated large volume paracentesis (LVP).

Several weeks later the patient returned for a second
LVP. Before the intervention we performed bothclini-
cal and ultrasound examinations, complete blood count
and complete biochemical panel. The results revealed no
significant changes in the lab results. The CTP score
was 12, MELD score 19, INR 1.7 and the platelet count
was 176x10%/ul (Table 1). We performed the intervention
at the usual site, the lower left abdominal quadrant and
we evacuated 5 liters of yellow fluid. The patient felt
well and was discharged several hours later. Later that
day, the patient returned to our department complaining
of severe lower abdominal pain and weakness. Exami-
nation revealed hypotension and tachycardia and CBC
showed a significant decline in Hgb from its baseline.
Ultrasonographic examination of the abdominal wall
revealed 10 cm hematoma within the abdominal wall
at the puncture site (Figure 1A). During the hospita-
lization the patient was closelymonitored and treated
with supportive measures includingcrystalloid and colloid
fluids and fresh frozen plasma. Despite this,he re-
mained hemodynamically unstable and his blood count
continued to decline despite multiple blood transfu-
sions. The patient’s hemodynamic instability precluded
obtaining a dynamic CT scan. Taking into account the
worseningclinical course and the limited therapeutic op-
tions, we decided to administer five units of cryopreci-
pitate. After the infusion,striking clinical improvement
and definitive stabilization occurred. Shortly after, the
patient was safely discharged from the hospital.The
hematoma size was markedly reduced at follow-up
examination several weeks later (Figure 1B).

Table 1. Complete blood count and biochemical blood analysisduring the hospitalization
0 0
DAY Before After 1 2 3 4 5 6 7
LVP LVP

HGB (g/dL) 89.00 69 72 58 66 78 99 99
HGB (g/dL) 89.00 69 72 58 66 78 99 99
RBC (x10° /ul) 2.20 1.83 1.73 1.7 1.98 2.36 2.95 2.89
HCT (%) 25.3 20.9 185 175 20.2 24 29.5 29.5
PLT (x10%/ul) 176 187 145 92 94 93 112 122
BUN (mmol/l) 12.1 13.7 14.2 11.7
Cr (umol/l) 88.3 90 94.6 82.6
PT (sec) 18.90 14.1
INR 17 1.29
bilirubin (umol/l) 146 137.9
albumin (g/l) 25 27
Na (mmol/l) 133 134
K (mmol/1) 49 3.8
AST (U/L) 117 90
ALT (U/L) 63 49
AP (U/L) 188 168
GGT (U/L) 129 128
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Fig. 1. Ultrasound images of the post-puncture intramural hematoma; A: The ultrasound examination at
presentation revealed aclearly visible 10 cm large nonhomogeneous oval formation within the abdominal
wall highly suggestive of intramural hematoma. B: six weeks later we registered a significant reduction

of the hematoma size
Discussion

Many cirrhosis-associated complicationsare actually a
consequence of the complex acquired coagulation di-
sorder that developsin these patients. Previously this
condition was mainly thought to involve anticoagu-
lation reflected as an elevated INR. More recent data
show disturbances in the concentration ofboth, proco-
agulants and anticoagulant factors [6]. Compared to
healthy subjects, cirrhotic patients have reduced levels
of antithrombin, protein C, factor V and factor Il, and
significant increase of factor VIII [6,14]. The marke-
dincrease of the powerful procoagulant factor VIII and
the significantdecrease of the naturally occurring anti-
coagulant factor protein C, seem to be the most typical
coagulation abnormalities in cirrhotic patients [6]. Based
on the coagulation tests abnormalities [prolonged pro-
thrombin time (PT), activated partial thromboplastin
time (@PTT) and bleeding time (BT), low platelet count]
the bleeding complications in cirrhotic patients have
been attributed to the presence of coagulopathy and/or
thrombocytopenia. Therefore, liver cirrhosis has been-
thought to confer an increased bleeding risk. However,
there are studies showing that plasma from cirrhotic pa-
tients actually generates normal amounts of thrombin
[5]. Data obtained in the last two decades have provi-
ded substantial evidence strongly suggesting that liver
cirrhosis is predominately associated with hypercoagu-
lable state and an increased tendency for thrombotic
events compared to healthy controls [2,6]. Also, the
increase of the powerful procoagulant Von Willebrand
factor is at least partially able to compensate for the
disturbance in primary hemostasis due to thrombocy-
topenia and thrombocytopathy [4,5,14].

The presented case highlights several important issues.
Thepatient’s prior therapeutic paracentesis went well,

without any bleeding complications. Moreover, he had
no history of complications related to coagulopathy.
Lab analysis on the day of the paracentesis including
complete blood count and routine coagulation tests
were not indicative of an increased bleeding risk. Non-
etheless, the patient had advanced liver disease and sig-
nificant, potentially life-threatening bleeding that was
only successfully controlled with fresh frozen plasma
and five units of cryoprecipitate. This indicates that in
patients with liver cirrhosis there are probably numerous
subtle abnormalities in the haemostatic systemthat routi-
ne tests of coagulation do not capture. Also, these tests
are not able to point out to an increased bleeding risk
in the way they do in the general population. Moreover,
the complex interaction between pro- and anticoagu-
lant factor and also the mutual compensation between
different abnormalitis in cirrhotic patients further com-
plicates the assessment of bleeding risk

Despite the well-established haemostaticabnormalities
in patients with liver cirrhosis, the relevant literature
suggests that the bleeding complications that occa-
sionally occur in such patients are not always due to
derangement in the coagulation process [12]. Most stu-
dies have indicatedthat the prolonged PT and elevated
INR were not related to increased risk for bleeding
complication [9,12,13]. For example, Lin et al. showed
that severe hemorrhagic complications more frequen-
tly occur in patients with ACLF [13]. Also, most of the
patients included in one systematic review that analy-
zed PRBC (90% had liver cirrhosis) confirmed some
form of renal function impairment in 70% of patients
[7]. This means that the hemorrhagic complications that
occur in advanced liver disease could be more closely
related to some liver disease-associated complications
and acute events than to a distinct form of acquired coa-
gulation disorder resulting from the liver dysfunction.
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Hemodynamic alterations related to portal hyperten-
sion, bacterial infections, endothelial dysfunction or renal
failure may all potentiallyplay a certain role in deter-
mining the bleeding risk in these patients [3,5,7].

Conclusion

Despite increasing awareness that chronic liver disease
is not an anticoagulated state [1,14], invasive proce-
dures in cirrhotic patients may in a selected population
be associated withsignificant, often life-threatening blee-
ding complications. Paracentesis-associated bleeding is
a rare, but serious complication requiring an invasive
therapeutic intervention in most cases. However, in so-
me cases the conservative treatment with cryoprecipi-
tate and fresh frozen plasma can also be quite effective.

Conflict of interest statement. None declared.
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Case report

METABOLIC CONTROL OF GP-LED HYPERTENSIVE TYPE 2 DIABETES PATIENTS ON
ORAL ANTIDIABETIC DRUGS

METABOJIHA KOHTPOJIA HA MAOHUEHTHU CO JUJABETEC XUINEPTEH3UBEH THII 2, CO
OPAJIHO AHTUJINJABETUYHHA JIEKOBU,BOJAEHHU O OINIITUTE JIEKAPU
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Abstract

Aims. To assess the metabolic status of hypertensive
type 2diabetes patients on oral antidiabetic drugs (OADs)
while managed bygeneral practitioners (GPs).
Methods. Eighty-two GPs agreed to provide patient
data for retrospectiveanalysis. The patients' inclusion
criteria were: 1/ Age >40 years; 2/Type 2 diabetes for >1
year; 3/ Treatment with OADs >3 months; 4/Arterial
hypertension for >1 year; 5/Stable doses of antihyper-
tensivedrugs for >3 months. Exclusion criteria were
type 1 diabetes and injectableantidiabetic treatments.
Data were introduced in a specific electronic registry
by the GPs themselves. An IBM SPSS 19.0 package
was used for statistical analysis.

Results. A total of 5 926 patients' records met the
entry criteria. 7.6% were aged 40 to 50 years; 22.6% -
51 to 60, 39.4%-61 to 70; 53.75% were women. Normal
BMI, overweight and obesity grade I - 11l were found
in 16.2%, 42.1%, 27.6%, 9.7% and 4.2%. The waist
circumference was <94cm in 26.4% of men; and <80
cm in 10.7% of women. Fasting plasma glucosewas <6.0
mmol/l in 19.2%, and <7.0 mmol/l in50.4%. Glycated
hemoglobin was <7.0% in 62.9%, and <8.0% in 87.0%.
The LDL-C was<1.8 mmol/l in 9.1%, and 1.8 to 2.6
mmol/l in 19.6%. The bloodpressure was <140/90 mm
Hg in 77.4% of the patients.

Conclusions. The data about the glycated hemoglobin
and the control of bloodpressure are reassuring. An impro-
vement is needed in controlling obesity anddyslipidemia.

Keywords: type 2 diabetes, arterial hypertension,
metabolic control, epidemiology, GP
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Ancrpakr

Heau. [la ce npolieHn METabOIMYKHOT CTaTyC Ha XUIIep-
TEH3UBHUTE MAIMEHTH CO aujabeTec THUI 2 HA OPaTHU
anTuarjadbetnunn ekoBu(OAJI),moneka ce BoJeHH O
omuT Jexap(OJI).

Metoau. OnidaTeHu ce ocCyMIeceT 1 ABa ONILTH JieKa-
pH KOHW ce corllacHja Aa NajaT MOJATOLH 3a MalyeH-
TUTE 32 PEeTPOCHeKTHBHa aHamm3a.Kpurepmymure 3a
BKIIydyBame Ha nmanuenture 6ea: 1. Crapoct >40 r. 2.
Tun 2 mujaderec >1 romuna, 3. Tperman co OAJ] >
Mecel, 4. Aprepucka xuneprensuja >1 romausa, 5. Cra-
OWIHKM 703 HA AHTHUXUICPTECH3UBHU JICKOBU >3 Me-
cenu. Kpurepuymu 3a ekckirysuja 6ea tun 1 qujaderec
Y aHTUIWjaO0CTHYHH TPETMaHH CO WHEKINHU (MHCYIIHH).
[TomaTouuTe Oea BHecyBaHH BO cCHeNU(UUYCH eleK-
TPOHCKH PETUCTAp Off CTPaHA HA CAMHTE OIIIITH JIeKa-
pu. 3a cTaTHCTHYKA aHANM3a Oelle MCKOPHCTEH MaKeT
IBM SPSS 19,0.

Pesyaratu. BxkynHo 5926 maruieHTH TH HCHONHUIIE
KpUTEpUYMHUTE 3a BKIy4dyBame BO aHaiu3ara. 7,6%
owte Ha Bo3pacT ox 40 mo 50 romunm, 22,6% - 51 mo
60, 39,4% - 61-70,53. 75% Owune >xenu. Hopmanen
BMMU, npekymepHa TeXWHA W JeOCTHHA,IpaIyHpaHu
ox | - lll,enponajnen Bo 16,2%, 42,1%, 27,6%, 9,7%,
u 4,2%. O6eMoT Ha ToNoBHHaTa Oeriie <94 cM kaj 26,4%
on Maxure u <80 cm kaj 10,7% ox xenute. [1nazma
rIIyKo3aTa Ha TiagHo Oemre <6.0 mvon/i Bo 19,2% u
<7.0 mmon/n Bo 50,4%. I'MTMKONMM3UPAHUOT XEMOTIIOOWH
oeme <7.0% Bo 62,9% u <8.0 % Bo Bo 87,0%. LDL -
C oeme <1,8 mmon/n 8o 9,1 % u 1,8 - 2,6 MMo:/11 BO
19,6%. Kpeuuor mpurtucok Gemre <140/90 Bo 77,4%
OJ1 MaIUCHTUTE.

3akmyvomnm. [TogaTorure 3a TIAMKOIU3UPAHUOT XEMO-
rNTOOMH W KOHTpOJIaTa HA TPUTHCOKOT C€ 3aJ0BOJIH-
tenHu. [loTpebHO € momoOpyBame Ha KOHTpoJaTa Ha
JieOeHa U TUCITHITHACMU]a.

Kiayunu 300poBu: tujaderec Tum 2, apTepucKa
XUIEpTeH3Hja, METaO0IMYHA KOHTPOJIa, CTHIEMHOIIOTH]a,
OIILIT JIEKap
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Introduction

The projections of type 2 diabetes prevalence show an
approximate increase of 40% in the following 25-30
years (IDF Atlas, 2015). Two nation-wide representta-
tive Bulgarian studies in 2006 and 2012 showed a rise
in the prevalence of diagnosed diabetes from 5.0 to
7.1% and of undiagnosed one-from 3.3 to 2.5%
(Borissova et al., 2007; Borissova et al., 2012). The
CODE-2 study in Europe showed a doubling of hos-
pitalization and tripling of annual costs per type 2
diabetes patients in the presence of micro- or macro-
vascular complications (Williams, Van Gaal&Lucioni,
2002). Recent intervention trials such as STENO-2 and
ADVANCE-ON have shownthat intensive multi-facto-
rial treatment of diabetes could heavily reduce the in-
cidence and progression of both micro- and macrovas-
cular complications (Gaede et al., 2016; Mohammedi
et al., 2016; Wong et al., 2016).The constant improve-
ment in the diabetes treatment paradigm has led to sub-
stantial decreases in the rates of myocardial infarction,
stroke and amputation as shown in an analysis of dia-
betes-related complications in the United States, 1990-
2010 (Gregg et al., 2014). The NHANES data analysis
1999-2012, however, registered an increasing trend of
diabetescombined with hypertension orhypercholeste-
rolemia, despite efforts to achieve better metabolic
control (Song et al., 2016).

General practitioners (GPs) play a substantial role in
the management of type 2 diabetes patients. The
BULPRAKT-HEART Study conducted in 2004 gathered
data on levels of glycated hemoglobin (HbA1c), while
a registry-based analysis of diabetes patients treated by
GPs for 2003 yielded information about the fasting
plasma glucose (Palaveev, Dimitrova, Christov, Petrova&
llieva, 2005; Christov, Kamenov, Georgiev, 2006). A
recent publication describing the diabetes care in Slo-
venia, Croatia, Serbia, Bulgaria and Romania found low
rates of HbAlc measurements in the Balkans with over
60% of patients on oral antidiabetic drugs (OADs) not
achieving good control (Cokolic et al., 2017).

The aim of the present study was to assess the
metabolic status of type 2 diabetes (glycemic control,
lipids, blood pressure, BMI and waist circumference)
in a population-based representative sample of patients
with type 2 diabetes and coexisting hypertension man-
aged by GPs.

Materials and methods

Design

This retrospective registry-based cross-sectional obser-
vational nation-wide study was approved by the res-
ponsible authorities. One hundred and twenty general

practitioners were invited to participate. They were
selected by 2 criteria: 1/ The location of their practice
in order to cover both urban and rural patient practices
and to represent the national patient population as close
as possible; 2/ Their usualpatient population should
includepredominantly adult patients (> 40 years) with
type 2 diabetes and/or arterial hypertension. Eighty-
two general practitioners agreed to participate.

Data collection

The included patients’ data had to be selected in a
consecutive order from the electronic databases of the
individual GP practices. The patient’s inclusion criteria
were: 1/ Age > 40 years; 2/ Type 2 diabetes mellitus
(T2DM) diagnosed according to the local guideline for
the management of diabetes by GPs, with at least 1
year duration (Boyanov et al., 2012); 3/ The diabetes
treatment should include diet, physical activity and
oral antidiabetic drugs (OADs) without changes for at
least 3 months; 4/ Presence of arterial hypertension for
at least 1 year according to the local guideline for the
management of arterial hypertension by GPs (Kirov
&Gotcheva, 2014); 5/ Treatment with stable doses of
antihypertensive drugs for at least 3 months prior to
data chart review. Exclusion criteria were: age below
40 years, presence of diabetes type 1 and use of any
injectable antidiabetic treatments (GLP-1 analogs, insulin).
To avoid possible bias the participating GPs were
asked to provide all the patient data present in their
database that met the inclusion/exclusion criteria.

Measures

The patient data were entered into an electronic data-
base: patient’s age, gender, type of residence (urban/rural),
duration of type 2 diabetes and hypertension, conco-
mitant diseases (asthma, chronic obstructive pulmona-
ry disorders, dementia, depression, and others), pre-
sence of macrovascularor microvascular disease. Infor-
mation on cardiovascular risk factors includedpositive
family history for CVD (<65 years in female relatives;
<55 years in male relatives), waist circumference, body
mass index (calculated as body weight in kg divided
by the height squared in meters), recently measured
systolic/diastolic blood pressure (SBP/DBP), fasting
plasma glucose (in mmol/l), glycated hemoglobin Alc
(in % and in mmol/mol), total cholesterol (TC), HDLand
calculated LDL-cholesterol (Friedewald formula), trigly-
cerides. All laboratory data were based on records from
the local laboratories. OADs included metformin, sul-
phonylureas, pioglitazone, alpha-glucosidase inhibitors
(acarbose), glinids (repaglinide), DPP-1V inhibitors,
SGLT-2 inhibitors or combined. The antihypertensive
treatment included ACE inhibitors /ARB blockers, cal-
cium channel antagonists, beta-blockers, diuretics, com-
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bined drugs; the lipid-lowering drugs-statins, fibrates,
ezetimibe.

Sample size considerations and analysis

In 2012 approximately 577 124 people (9.6% of the
population aged 20 years and older) - 337 980 men
and 239 144 women in our country were expected to
have diabetes mellitus [15].More than half of them
were known to have concomitant arterial hypertension
(approximately 300 000). Half of those hypertensive
type 2 diabetes patients were expected to be on oral
antidiabetic medication (OADs) and not using injectable
therapies or insulin (approximately 150 000). Four per-
centageof all hypertensive type 2 diabetes patients on
OAD:s selected on a random basis was regarded a suffi-
ciently-powered sample to study their metabolic control.
Data were first reviewed for completeness and validity
and patients with missing data were excluded from the
analyses. An IBM SPSS19.0 for Windows platform was
used for data processing (IBM SPSS Inc., Chicago, IL).
After checking the numerical data distribution, descrip-
tive statistics was performed and frequency tables were
built. The thresholds for some numerical parameters
were defined according to the national guidelines for
the management of diabetes by GPs and endocrinologists
(Boyanov et al., 2012; Borissova et al., 2016). BP <140/90
mm Hg and triglycerides <1.7 mmol/lwere regarded as
optimal. Optimal LDL-cholesterol levels (in mmol/l)
were <1.8 mmol/l in the presence of both macrovas-
cular disease and diabetes; and <2.6 mmol/l in the pre-
sence of uncomplicated diabetes. HbAlc(in %) strata
were: <6.5, 6.6-7.0, 7.1-8.0, 8.1-9.0, and >9.1%. A two-
tailed Student’s t-test and ANOVA were applied. Statis-
tical significance was set as p<0.05, the power of the
study-at 80%.

Results

The data files of 161 132 patients were reviewed. 142
287 were aged >18 years; 15 933 of them (11.19 %) had
type 2 diabetes and 45 393 (31.9%) arterial hypertension.
62.99% of all patients with type 2 diabetes had also
hypertension, while only 22.11% of the hypertensive
patients had concomitant type 2 diabetes. From those,
only 5 926 patients with type 2 diabetes and hyperten-
sion had valid and complete data according to the inclu-
sion/exclusion criteria. Their age distribution was as
follows: aged 40 to 50 years-7.6%; 51 to 60-22.6%, 61
to 70-39.4% and > 71 years-30.4%. 53.75% of the
study sample werewomen.

The studied population with diabetes and arterial
hypertension had the following distribution according
to BMI: 16.2% had normal BMI (12.6% of men and
19.4% of women), 42.1% had overweight (46.5% men/
38.3 % women respectively), 27.6 % had obesity grade |
(28.3 % men / 27.2% women), 9.7% - obesity grade 11
(9.0% men / 10.0% women) and 4.2 had obesity grade
111 (3.6% men / 4.8% women).

The waist circumference (WC) was below 94 cm in
26.4% of men; and below 80 cm in 10.7% of all women.
The WC was <94 cm in 18.9% of men aged 40-50 years,
in 22.4% of those aged 51-60, in 26.4% between 61
and 70 years; and in 33.4% of those > 71 years. The
WC was < 80 cm in 13.5%, 10.7%, 8.3%, and 13.0%
of women in the same age groups.

The proportions of patients with morning FPG below
different thresholds are shown according to age and
gender in Table 1. Fasting plasma glucose values were
below 6.0 mmol/l in less than one fifth of the partici-
pants, and below 7.0 mmol/l in around half of them.

Table 1. roportions (in percentages) of patients with fasting plasma glucose
values below 6.0, 7.0 and 8.0 mmol/l according to age and gender

Agegroup  FPG<6.0 mmol/l FPG<7.0mmol/l FPG <8.0 mmol/l
(years) Men Women Men Women  Men Women
40-50 13.5% 23.7% 44.4% 50.3%  68.4% 75.2%
51-60 17.1% 17.6% 494% 506% 72.1% 73.4%
61-70 16.7% 22.1% 46.9% 53.0%  70.7% 75.5%
>71 19.3% 21.7% 51.2% 53.0%  75.4% 75.7%
Total 17.1% 21.1% 48.3% 522%  72.0% 75.2%

Table 2. Distribution of HbAlc in different age groups (men + women)

Age group HbAlc HbAlc HbAlc HbAlc HbAlc

(years) <6.5% 6.6-70% 71-80% 81-9.0% >9.1%
40 - 50 41.5% 19.8% 23.0% 6.2% 9.6%
51-60 38.3% 23.3% 25.7% 6.5 % 6.2%
61-70 39.8% 22.7% 24.4% 7.5% 5.6%
>71 42.0% 23.0% 23.0% 6.4% 5.7%
Total 40.2% 22.7% 24.1% 6.8% 6.0%

Valid data for HbAlc measurements were available in
5 154 patients (87.0%) and are shown in Table 2. 62.9%

of all patients had a glycated hemoglobin <7.0%; and

87.0% - <8.0%.
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The calculated LDL-C fraction was <1.8 mmol/l in
9.1% of the studied population; and between 1.8 and 2.6
mmol/l in 19.6%. Therefore, 81.3% of the participants

had LDL-C levels >2.6 mmol/l.The distribution of
triglycerides and LDL-C values in different age groups
is displayed in Table 3.

Table 3. Proportions (in percentages) of the studied population with LDL-C and

triglycerides within the target levels

Age group Triglycerides < 1.7 LDL-C< LDL-C < 2.6 mmol/l
(years) mmol/l (150 mg/dL) 1.8mmol/l (100 mg/dL)
40-50 31.9% 5.8% 21.5%
51-60 36.5% 8.9% 26.9%
61-70 43.4% 9.3% 29.0%
>71 51.5% 9.9% 31.5%
Total 43.4% 9.1% 28.8%

Table 4. Blood pressure in the target zone (< 140/90 mm Hg) according

to age and gender

Agegroup  Systolic BP<140 mm Hg  Diastolic BP< 90 mm Hg
(years) Men % Women % Men % Women %
40 - 50 62.1% 71.8% 68.9% 73.5%
51 - 60 58.6% 63.9% 67.7% 71.7%
61-70 57.4% 59.4% 70.2% 71.6%
>71 61.2% 59.4% 76.8% 76.2%
Total 59.1% 61.0% 71.1% 73.3%

The reported blood pressure was <140/90 mmHg in
77.4% of the studied population, while it was <140/85
mmHg in only 64.0%. The distribution of good BP con-
trol according to age is displayed in Table 4.

All these data show that blood pressure and glycemia
were well controlled in the majority of patients while

LDL-C, triglycerides and body weight were above the
target in most of them.Table 5 shows how many
patients met the combined criteria for glycemic + lipid
control, or glycemic+ BP control, or all three together.
Asmall minority of the patients metall target values,
leaving room for further therapy improvement.

Table 5 -Percentages of patients meeting combined criteria for glycemic + lipid control, or glycemic and BP control, or all three

together
HbA1c < 7.0%, HbA1c < 7.0%, LDL
A?;e%rrcs’;‘p HbAlc ; ng);g’;rr‘gizpl DBP< | DL <2.6 mmoll, and TG<1.7 < 2.6,andTG< 1.7 mmol/l, and BP
mmol/I < 140/90mm Hg
Men % Women % Men % Women % Men % Women %
40 -50 8.9% 8.3% 1.9% 1.5% 1.5% 0.0%
5160 9.5% 11.9% 2.6% 1.6% 2.1% 1.0%
6170 9.0% 10.2% 2.8% 1.9% 1.5% 1.1%
>71 12.2% 9.9% 4.1% 2.5% 2.8% 1.5%
Total 9.9% 10.3% 3.0% 2.0% 3.0% 1.2%
Discussion criterion. These results show a treatment gap leaving

We performed a study based on GP-led diabetes outpa-
tient-clinics in order to assess glycemic, lipid and blood
pressure control in patients with type 2 diabetes on
OADs and treated hypertension in a nation-wide repre-
sentative sample. Our results are reassuring when gly-
cated hemoglobin and blood pressure are examined
separately-almost % of the patients had achieved good
control. However, the situation with the lipid profiles
looks quite differently with less than a half with nor-
mal triglycerides and only ¥ with normal LDL-choles-
terol, despite treatment. If all three parameters are exa-
mined in a combined fashion, less than 15 % will have
optimal metabolic control (glycemia + blood pressure
+ lipids). If body weight (BMI) and waist circumference
were added, less than 10% would meet the combined

room for improvement in the field of obesity and lipid
abnormalities.

The metabolic control of diabetes has a profound impact
on the prevention and delay of micro- and macrovas-
cular complications. New analyses proved a clear and
fast benefit of lipid- and blood pressure lowering stra-
tegies, while the role of glycemic control remains post-
poned in time and mainly on the microvascular outco-
mes (Brugtsetal., 2009; Atkins & Rodgers 2016; Giorgino,
Home &Tuomilehto, 2016). The combined effect of all
three interventions was proven in interventional trials
such as the STENO-2 and the ADVANCE-ON studies
(Gaede et al., 2016; Hamet 2012).

Our data should be reviewed in the light of previous
publications coming from international and national
studies although bearing in mind that patients were not
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similar in terms of age, duration of diabetes, medications
used etc.In across-sectional analysis on 5382 type 2
diabetic patients in the primary care setting in Spain bet-
ween 2011and 2012, 17.1 and 67% applied to ADA/
EASD recommendation of HbAlc target of <7 and
<8% (Mifiambres, Mediavilla, Sarocca& Perez, 2016).
A Chinese study examined the data of 9065 adult
T2DM outpatients (5035 men) between 2010 and 2012
and found glycemic control rate in only 32.6%, with
the triple control rate for glycemia, blood pressure,
andlipidemia in only 11.2% (Chen et al., 2015). Spe-
cialist-led diabetes practices are also not always able
to achieveoptimal glycemic control in the majority of
patients. Thiswas shown in a Canadian registry-based
study including 10 590 patients with T2DM (Aronson
et al., 2016). In this study mean HbAlc was 7.6%,
with 38% of patients meeting theCanadian Diabetes
Association target of <7.0%. An Indian study found
the following percentages of T2DM patients at target:
for HbAlc-45%, for BP <130/80 mm Hg-27%, and for
LDL <100 mg/dl -37%(Menon&Ahluwalia, 2015). A
large sample of 4926 T2DM patients was reviewed in
the NationalHealth and Nutrition Examination Surveys
(NHANES) from 1988-1994, 1999-2002, 2003-2006,
and 2007-2010 (Stark Casagrande et al., 2013). In
2007-2010, 52.5% of people with diabetes achieved
AlC <7.0%, 51.1% achieved BP <130/80 mmHg, 56.2%
achieved LDL <100 mg/dL, and 18.8% achieved all
three ABCs. These levels of control were perceived by
the authors as significant improvements. Looking at
these data we might be reassured about our results,
which are quite similar.

We also compared our data to previous publications
based on large population samples in our country. The
mean fasting plasma glucose of 130 829 T2DM patients
in the year 2000 was 8.14+2.79 mmol/l, and it was be-
low 6.5 mmol/l in only 25.9% of the participants
(Palaveev, Dimitrova, Cgristov, Petrova, llieva 2005).
The situation today looks slightly better (see also Table
1). The National Examination of glycated hemoglobin
evaluated32 356T2DM patients during the year 2003
(Christov, Kamenov, Georgiev 2006).Approximately
40% of the included patients had a HbAlc <6.5%, app-
roximately 50% between 6.5 and 9.5 %, and 9 % bet-
ween 9.51 and 12.5%. Again, the situation nowadays
looks much better. The data on BP and lipid control in
T2DM in our country are very scarce. A nation-wide
epidemiological study reported data on lipids, obesity
and BP coming from the whole population in 2012
(Borissova et al., 2015, 82-92; Borissova et al., 2015,
76-81; Borissova et al., 2015, 163-173; Borissova et al.,
2015, 153-162; Borissova et al., 2015, 144-152). Arterial
hypertension was found in 38.9% of the studied sub-
jects (766 of a total of 1967), and was more prevalent
in men (45.1%) than in women (33.5%) (Borissova et
al., 2015, 76-81). These figures are quite similar to the
percentages of T2DM patients achieving optimal BP

control in our study. In the nation-wide epidemiologi-
cal study 46.9% ofmen had hypertriglyceridemia versus
22.2% of women, while low HDL was found in 35.7%
of women and 29.7% of men (Borissova et al., 2015,
163-173). These data unfortunately did not allow sepa-
rate analysis for diabetes patients. In these series of stu-
dies the prevalence of normal BMI was 28.1%, 37.0%
of overweight, and 33.2% of obesity (Borissova et al.,
2015, 153-162). Waist circumference was >94 c¢cm in 61.6%
of men and >80 c¢cm in 63.2% of women (Borissova et
al., 2015, 144-152). In conclusion, looking at the meta-
bolic situation of the general population, we might feel
reassured about the GP-led diabetes patients. Their
metabolic status looked not much worse than that of
the whole population.

Major limitations of our study are the cross-sectional
design and the inclusion of a subgroup of type 2 DM
patients-those on OADs with prevalent hypertension
being managed by GPs. The cross-sectional design
cannot detect temporal changes in cardiovascular risk
factors. As an example, a population-based CVD pre-
vention program in Sweden found that between 1991-
1995 and 2006-2010, mean age-adjusted cholesterol and
systolic blood pressure declined (the former by around
0.5 mmol/l and the latter by 3 mm Hg) with correspon-
ding decreases in the age-standardized prevalence of
hypertension and hyperlipidemia (Long et al., 2013).
Mean age-adjusted 2-hour plasma glucoseand BMI in-
creased (by 0.2mmol/I and by 0.6-1.1 kg/m?) with in-
creases in the age-standardized prevalence of diabetes
and obesity (Long et al., 2013). A similar trend was
noted in the Tromso study assessing CV risk factors in
relation to the diabetes status (Joseph, Svartberg,
Njglstad&Schirmer, 2012). During the 14 years of fo-
llow-up the subjects with DM2 had decreasing levels
of total and HDL-cholesterol andblood pressure (BP),
and increasing levels of triglycerides, BMI, and anti-
hypertensive treatment.

The second limitation of our study is that we assessed
a targeted subgroup of hypertensive type 2 DM patients.
Our main hypothesis was inspired by the increasing
trend of diabetescombined with hypertension orhyper-
cholesterolemia as reported in the NHANES data
analysis 1999-2012 (Song et al., 2016). In this specific
analysis the treatment goal was achieved in 20.1%in
the subgroup withconcurrent diabetes and hypertension-a
finding very close to our results (Song et al., 2016).
The major strength of our study is that it allows an up-
to-date assessment of the metabolic control and CV
risk factors in a subgroup of T2DM patients at parti-
cularly high risk due to the concurrent hypertension. It
showed some improvements in metabolic control du-
ring the last 12-13 years with a reassuring trend ingly-
cated hemoglobin and blood pressure. Unfortunately,
it showed also a treatment gap leaving room for im-
provement in the field of obesity and dyslipidemia.
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Summary and conclusions

The management of hypertensive type 2 diabetes patients
by GPs in our country is quite adequate to contempo-
rary guidelines for CV risk factor prevention. However,
targeted efforts are needed to invert the negative trends
in the prevalence of obesity and atherogenic diabetic
dyslipidemia.
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In Memoriam

Hpum. n-p Aungon I'. Kouen

(30.09.1930-04.12.2019)

[Ipum. n-p Angon I'. Koues, efgeH on npeure cre-
HUjaTMCTy 1Mo ommuta MeaunuHa. CBOjOoT paboTeH
BEK IO IIOMMHAa BO POAHMOT rpajn Pamosum. J[-p
Annon Koues Oelie efeH 01 OCHOBONO/DKHULIUTE U
cTOJI0O Ha MoJepHaTa MEIMIIMHA BO MCTOYHA Make-
nouuja. M300poT Ha JOKTOP 1O MEIUIIMHA KAaKO Ka-
puepa e xKoMOWHAIMja OJ] CKJION Ha OKOJHOCTH H
ocoOwHU Ha NI-p AHJOH. HeroBara moktopcka roie-
MUHA ja TIOYYBCTBYBAJIC PEUMCH CUTE HETOBH COTpa-
ranu. He camMo mTo ce rpuxenie 3a HUBHOTO 3/IpaB-
je Tyky Oemie W Jel OJf MHOTY CPEKHH W TEUIKH
MOMEHTH BO HUBHHTE XUBOTH. Bo 70-mecerure ro-

JIMHY TO M3IPAINI IPBHOT COBPEMEH 3PABCTBEH JIOM
BO MakenoHHja Koj MOJOLHA ke OHue 3a mpuMmep H
BO JIPYTH TpaioBU BO MakeoHHuja. 3paBHUOT JIOM
€ TpuMep 3a YCIIeIIHa 3IpaBCTBEHA OpraHM3allyja
3a 1[eJI0 BpeMe Ha HETOBOTO TUPEKTOPYBAbE.

Bo coBpemenuTe ycnoBu 3a paboTa co3faBa TUM Ha
JIOKTOPH O] 1iei1a MakeIoHuja cO KOM HECEOUIHO U
MTOXXPTBOBAHO PadoTH. Y1Te Toramr ooe30emyBa crie-
[1jTMCTHIKO-KOHCYJITATUBHA aMOyJlaHTa Of CUTe
CIEIMjaTHOCTH BO COpabOTKa CO MOKaKaHU CIIEIH-
jammctu. HeroBa men mMery Apyroro e u 3rojieMyBa-
B¢ Ha OpOjOT HA HOBOPOJICHU Jiela IITO TMOKAXKYBa
3abenexanu pesynratu. Ckopo 90% o nmoposysa-
BaTa ce 00aByBaaT BO MOJOAMIMINTETO BO PamoBuml.
Toe e u eneH 0/ HErOBUTE CIICLIMjATUCTUYKH TPYIOBH.
Co 3BameTo [Ipumapuyc ce 3100MBa Mery MPBUTE
JIOKTOPH CIEINjaTUCTH BO MakeoHwmja.
HoxTropckTa xapuepa Ha n1-p AuaoH Koues He 3aBp-
myBa Tyka. Bo 1992 romuna ja ¢opmwupa mppara
MpUBaTaHa CIEIUjaTMCTUYKA OpIUHAIIM]jA 10 OIIIITA
MenuIHa BO Make[oHHja Koja YCIEIHO PadoTH 110
neHec. CpojaTa JiyOOB M TIOCBETEHOCT KOH MEIUIIMHATA
ja TpeHecyBa W Ha CBOWTE Jiella W BHYIM HPOJOI-
JKYBajKU ja TpaaullfjaTa BO MEAWIIMHATA BEKe TpeTa
reHepanuja. HeroBara mparMaTigHOCT, CEKOjJHEBHO-
TO TIPUCYCTBO, HEW3MEpHATa JbyOOB I'O HamlpaBuja
HETOBOTO IOCTOCHE OE3BPEMEHCKO BO )KUBOTHUTE Ha
Heroara (haMmInja, IpHUjaTeuTe U HErOBUTE KOJIETH.
3acekoraill Ke ro maMeTUMe 1o YoaBu paboTH.

[Tpum. n-p Jby6un llykpuen



YIIATCTBO 3A ITIPNJABA HA TPY1 O COPABOTHULUTE HA MMII

"Maxkenonckn MenuuuHcku npersen” (MMII) e crpyuyHo cnucanue Ha MaKeJOHCKOTO JIEKapcKo
APYILITBO, IPBEHCTBEHO HAMEHETO Ha JIEKapuTe Off OMINTa MPAKTHUKA, CIEIUjaTUCTUTE Off OJICTTHUTE
MEIMIUHCKY JUCHUIUIMHA ¥ UCTPaKyBauuTe BO 00J1acTa Ha 0a3WYHUTE MEJUIMHCKY U IPYTH CPOHU
HayKu.

CrniucaHueTo I'i UMa CJIeIHUBE PyOPUKY U KaTErOpUM Ha TPY/IOBU:

N3BopHu TpypoBR

CoomuryBama 3a KIMHHYKH 1 JIA00PATOPUCKH HCKYCTBA

IIpuka3n Ha cxy4yau

Op npakTnka 3a npakTHKa

Enykarusan cratnn

Bapuae (nucma op pepakumjata, onwTecTBeHa XPOHWKA, NMPHUKAa3d HAa KHWUTW, W3BELITAUW Off
KOHTPECH, CAMITIO3UYMH 1 IPYTH CTPYYHH cobupH, pyopuKara ,,Bo cekaBame,, 1 Ap).

AU A WN =

W3BopHuTEe TpygoBU MMaaT Oejie3W Ha HAy4YHU TPYAOBH, AOAEKa TPYMOBUTE KaTErOpU3MpPaHU BO
pyopukute 2-5 umMaat Oejie3u Ha CTPYYHU TPYJOBH.

Bo MMII ce oGjaByBaaT TpyaoBu Ha ujeHoBUTe Ha MIJIJl uam Ha 4YIE€HOBU Ha APYTU CTPYYHH
30pYyKeHHja. ABTOPUTE CE€ OJrOBOPHM 3a NOYMTYBAHETO HAa €TUUYKHUTE Hauyesla IpU MEAUIUHCKUTE
UCTpaxKyBawa, a N3HECEHUTE CTABOBU, U3BEICHU O]l aHAjlu3aTa Ha COICTBEHUTE PE3yJTaTH, HE ce
HY>KHO ¥ cTaBOBU Ha PepgakumjaTa Ha MMII.

PenakuujaTta ru ncnpaka pakoNMCHTE Ha CTPYYHA pelleH3Hja; peneH3eHToT (ute) n Pepaknujara ja
onpefenyBaaT Ae(UHUTUBHATA KaTeropusalyja Ha PaKONMCOT KOj € IpudaTeH 3a NevyaTewme.
PepakuujaTa ro 3ap:>KyBa IpaBOTO paKOMUCUTE J1a T'M IeYaTu CIOPE]] peLleH3UPaHUOT IPUOPUTET.
YmnarcrBoro 3a copaboTHunute Ha MMII e Bo cormacHoct co BasnkyBepckuTe npaBuia 3a
n3eHavYeHn Oapama 32 paKONUCUTE KOU ce MpaKkaaT 10 OMOMEIMIMHCKUATE CIUCaHKja.

1. TEKCT HA PAKOIINCOT

CuTe pakONKCHU Ce UCTPaKaaT BO eJIEKTPOHCKa (popMa Ha elleKTpoHcKaTa aapeca (e-mawmi) va MIJIJI-
MMII, co gBOEH mpopen U HajMHOTY 28 pefoBH Ha CTpaHuua. TpyaoT ce MOAHECyBa Ha AHIVIMCKH
jasuk JnatuHu4eH (oHT Times New Roman ronemuHa 12 m ancTpakT Ha MaKeJOHCKU ja3uk. JleBo,
rope u goyy Tpeba fa ce ocTaBu clI0OOHA MapruHa Off HajMaJiky 3 cM, a fiecHoO off 2,5 cM.. Peganor
Opoj Ha CTpaHMIUTE ce MUIyBa BO IECHUOT T'OPEH aroJ.

Pakonucor Ha TpymoT Tpeba fa € MpuApy>KEeH CO MACMO Ha NPBUOT aBTOP, CO U3jaBa JeKa MCTHOT
TEKCT He € BeKe 00jaBeH WM MOoAHeceH/mpudaTeH 3a NeyaTewme BO AAPYTO CIUCAaHUE WU CTPy4YHA
nyOnauKanyja u co MOTBpAA ieKa paKOMUCOT € MperjefaH U Of0OpEeH Off CUT€ KOABTOPH, OJTHOCHO CO
IpUAPY>KHA IeKJIapalyja 3a eBeHTyaleH KOH(IIUKT Ha UHTEPECH CO HEKO] Of aBTOPUTE.

HacnoBrara crpana Tpeba f1a ©Ma: HacJOB Ha MaKeJOHCKM W aHTJINCKU, UMHUba W MPEe3UMUba Ha
aBTOpUTE, KaKO W WHCTUTYIMHTE Ha KOW UM MpHmaraaT, AIMUHaTa Ha aBTOPUTE W HACIOBOT Ha
ycTaHOBaTa ce MOBP3yBaaT CO apancKu OpOjKU; aBTOP 3a KOPECHOHJENHja co CUTe feTanu (Tell. e-
Mami); KaTeropuja Ha TPYHOT; KPaTOK HACIOB (0 65 KapaKTepH 3aeTHO CO MPa3HHOT MPOCTOD);
Kako ¥ mH(pOpMaIHja 3a MPUOHECOT 3a TPYAOT Ha CeKOj KoaBTop (ujeja, u3ajH, cOOMpame Ha
MOJaTOIM, CTATUCTHCTUIKA 00pabOTKa, MUAIITYBakbe Ha TPYAOT).

HacnoBoT Tpeba KOHIIM3HO /12 ja u3pa3u cofpKuHaTa Ha TpyaoT. Ce mpenopauysa fja ce n30eruyBa
ynorpe6a Ha KpaTeHKH BO HACIOBOT.

M3BopHATE TPYAOBH U COONIITYBAKATA FO UMAAT CIEAHUOB (pOpMalIeH pefocye/l: HacllOBHA CTpaHa,
M3BaJIOK HA MaKeIOHCKU ja3uK (BOBEM, METOMIN, PE3yJITATH, 3aKJIyUOK) CO KIyYHN 300pOBH, M3BAJJOK
Ha MAaKE[OHCKM ja3UK CO KJIY4YHU 300pOBHU, BOBEM, MaTepujal U METOMU, PE3yNTaTH, JUCKYyCHja U
3aKJIy4OLH, JJUTepaTypa 1 Mpuiao3u (Tabenu, rpacuii U CIUKU) U JETESHIN 3a MPUIO3UTE BO efleH

dajm.



IIpnka3ute Ha ciayyam TpeOa Ja coppKaT BOBEJ, AETAJNEH NPHUKa3 Ha CIy4ajoT, JUCKYCHja CO
3aKJIy4OK U IUTepaTypa co NpUiIo3u.

N3BagoKoT HAa MaKeTOHCKH ja3uk Tpeba fa coipku HajMHOTY 250 300pOBU U Jla Oujie CTPYKTYpHUpaH
CO cUTe OWTHH YMHUTEW M3HECEH! BO TPYAOT: BOBEJ CO IENTa HA TPYAOT, METOJOT, pe3yaTaTh (co
HYMEPHWYKH TOIaTOIM) U 3aKJIyYOId. 3aeHO CO M3BAJOKOT, Tpeba Ja ce JocTaBaT ! 0 5 KIIyYHH,
WHJIEKCHU 300pOBH.

N3BajoKOT HAa aHIVIMCKH ja3HK MOpa J1a € CO COApXKUHA UIEHTUYHA CO COJpKMUHATa Ha U3BalOKOT Ha
MakeqoHCKH ja3uk. Kinyunure 360poBu Tpeba fa ce Bo cormnacHocT co MeSH (Medical Sibject Headings)
nucraTa Ha Index Medicus.

BoBenor Tpeba fa mpeTcraByBa KpaTOK M jaceH NMpPHUKa3 Ha MCOUTYBAaHUOT MPOOJIEM M IEeJUTe Ha
UCTPaKyBamkhETO, CO HABEYBAakhEe HA €TUIKMOT KOMUTET OJHOCHO MHCTUTYLHjaTa Koja ro ogoOpuia
UCTIUTYBamkeTO (KJIMHMYKA CTyAdja Koja ce paboTH cropej NPUHIWIUTE Ha XeJCHHIIKATa
lleKJIapanyja 3a ManueHTuTe ¥ HUBHUTE MpaBa).

Meropure Tpeba ga 6GugaT TOYHO HA3HAYEHM, 32 [a CE OBO3MOXH IMOBTOPYBame Ha NMPUKAXKAHOTO
ucrpaxkyBame. OcoGeHO e BaKHO Ma ce Mpenus3upaaT KpPUTEPUYMHUTEe 3a ceJeKnuja Ha
OTICEpBUPAHUTE CJIy4yaW, BOBEJECHUTE MOAU(UKAIMKA Ha BeKe IMO3HATHTE METONU, KaKo W
uneHTn(gUKaIja Ha YHNOTpeOCHUTE JIEKOBH CIOpEl TeHEPUYHOTO WMe, O3UTe W HAYMHOT Ha
aJIMIHNCTpaIyja.

Pe3syaraTure Tpeba fa ce MpHKaxaT jJacHO, IO JIOTHYeH pepocief. Pesynrature ce m3HecyBaaT BO
crangapgaute CU epunnnm. Bo Tekcror Tpeba jla ce Ha3HaYM ONTHMATHOTO MECTO Kaje Ke ce
BMETHAT TabeJuTe U WIyCTpalMNTE, 3a fja ce n30erde HemoTpeOGHOTO MOBTOPYBamkhe HA U3HECEHUTE
noplaToly. 3HauyajHOCTa Ha pe3yaraTuTe Tpeba a ce o0paboTH CTaTHUCTHYKH, CO JIETaJeH ONMUC Ha
yIOTpeOeHNUTE CTATUCTUYKY METONI Ha KPajoT HA IENOT MeiloOU.

JIuckycnjara Tpeba fa I'M KMCTAaKHE WMIUIMKALUUTE Off AOOHMEHHUTE pEe3ylNTaTH, CIOPENEHU CO
MIOCTOJHUTE CO3HAHM]a 32 UCIIUTYBAHUOT IIPOOIIEM.

3akayyonure Tpebda ga He 6upat nogoiaru of 150 360poBH.
2. [IPH/IO3H

Kako npunor-gokymeHTanyja Ha TpyAOBUATE NPEAJIOKEHN 3a NleyaTewmhe, MOXKe Jla ce 1ocTaBaar 10 5
npwiora (Tabenu, (OUrypu,/CITUKY - HITYyCTPAIHH).

TaGemnTe ce mocTaByBaaT Ha KpajoT Ha TPyAOT Bo uctuoT ajn. Cekoja Tabena Tpeba ga uMa CBOj
HACJIOB ¥ pefieH Opoj KOj ja MOBp3yBa €O TeKCTOT. XOPU30HTAHU W BEPTUKAIHY JIMHAN HA TabeaTa
He ce JO3BOJICHM; O3HAKWTE Ha KOJIOHWTE BO TabelaTa ce NMUIIyBaaT CKPATEHO WU CO cMMOOI, a
HUBHOTO 00jacHyBam-€ ce MUIIyBa Ha JHOTO Ha TabeaTa, BO BUJ Ha JIETCHAA.

WnycrpanunTe ce IOCTaByBaaT coO pefieH OpOj KaKO CIWKa BO IPHO-0ejia TEeXHUKA, a CeKoja CIMKa
Tpeba fla e mpuapysKeHa co jereHa (Omuc).

Mukpogororpacgunre Moxe fa cogpxkKaTt NOceOHN O3HAKU BO BUJI HA CTPENKU Win cumoOonn. ITokpaj
OTIMCOT Ha CIMKAaTa, MOpa fla ce HaBeJe U 3roJIEMYBalbeTO M BUAOT Ha O0EHETO Ha MpenapaTor (ako
TOa BeKe He € HallpaBeHO BO CEKIMjaTa Mailiepujan u meiioou).

Cute o3Haku Ha doTorpadunTe Mopa Jla OuWpaT MOBOJHO TOJIEMH, 3a Jla MOXE jacHO Jla ce
pacno3HaaT M IO CMaJlyBalkbeTO BO IE€YaTHUIATA, NPU HUBHOTO BKIyUyBame BO I€yaTeHaTa
CTpaHUIa Ha CIIUCAHUETO.



3. JINTEPATYPA

Hutupanara quTepaTtypa ce IuilyBa Ha KpajoT Ha TPYAOT MO 3aKJIYUOIHUTE, CO PeTHU OPOEBH CIOPEN
pPEenoCienoT Ha MOjaByBakETO HA MUTATOT HA TEKCTOT Ha TPYAOT CTABEHU BO CPEJHU 3arpaju u 6e3
npocTop Mefy HUB (aKO ce oceloBaTeTHA Tpeba Aa ce MOBp3aHM CO PTHYKA, Ha Tp. [3-6]).
JIurepaTtypara ce qUTHpa Ha CIEJHNOB HAUMH (KpAaTEeHKUTE 32 HACIIOBUTE Ha CIHMCaHWjaTa Tpeba /ia
ce cnopep ucraTa npudarenu vo Index Medicus):

a) ciuaiuuja 60 cilucanue (ce HaBeyBaaT CUTE aBTOPH, aKO T'M MMa J0 4 WK MIOMAJIKy; aKO TH UMa
noBeKe of] 4 ce HaBeyBaaT NMPBUTE 3 aBTOPH U ce fofasa: u cop.) Neglia JP Meadows AT, Robison LL et
al. Second neoplasms after acute lymphoblastic leukemia in childhood. N Engl J Med 1991; 325:1330-6.

0) 3aeOHu4Ku asuiop

GIVIO (Interdisciplinary group for cancer care evaluation). Reducing diagnostic delay in breast cancer.
Possible therapeutic implications. Cancer 1986; 58: 1756-61.

B) Oe3 asiuop - aHOHUMHO. Breast screening: new evidence. (Editoriall Lancet 1984;i:1217-8).

r) llozaaesje 60 KHUzZa uau monozpaduja

Weinstein L, Swartz MN. Pathogenic properties of invading microorganisms. Vo: Sodeman WA Jr, Sodeman
WA, Ed. Pathogenic physiology: mechanisms of disease. Philadelphia; W B Saunders, 1974: 457-72.

[IpBuTe oTneyaTony Ha TPYLOBUTE UM Ce MTpaKaaT Ha aBTOPUTE 3a KOPEKIUja: aBTOPUTE C€ NOJKHU
KOPUTUPAHMOT OTIEYATOK jla ¥ To BparaT Ha Pemakiujara va MMII Bo pok of 2 neHa.

Anpecara na Pepaknujarta
Hame I'pyes Op. 3
I'pancku sup 610K I,

1000 Ckorje,

Ten.: ++ 389 02 3162 577

Enexrponcka aapeca (E-mann): mld@unet.com.mk

N3BecryBame 3a ywienosure Ha MJI/

CuTe WTO cakaaT M HatamMy ga ro gob6uBaat cnucaHumeTo Tpeba pa ja umaat ynnaTteHo
yneHapuHarta 3a 2019 roguHa BOo BucuHa op 600 aeHapu M 3a Toa Aa ja MHcpopmupaar
cTpyyHaTa cnyx6a Ha MakeaOHCKO neKkapcko ApyLWTBO, MTUCMEHO UIU NpeKky TenedoH.

HeTtanHn nncopmauum moxete aa goouete Ha TenedoHoT Ha [lpywTBoTo 02 3 162 557.

N3BectyBame 3a peuensentute 3a MMII

Bo cknag co npaBunHukoT Ha YKUM peueH3eHTUTe LUTO HaBPEeMEHO M OAroBOPHO Ke ja
oapabortar peueH3ujata ke gobujat 0.4 Goga Koum ce cobupaar 3a yHanpeayBawe BO
akageMcKuTe 3Baka. bogoBuTe mMoxart Aa ce gobujat n peTporpagHo npeky nodGapyBamwe
Bo MJ[ - 3162 557.
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