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Psoriasis is an immune-mediated chronic inflammatory skin
disease, with T-cell auto reactivity to a still unknown antigen
leading to the inflammation. Disease is quite common, about
2% of the general population worldwide is affected [6,7]. Pso-
riasis most commonly primary manifests on the skin, although
inflammatory processes can occur in other organs [6,7]. Disease
greatly diminishes the quality of life of patients that is roughly
equivalent to the data for patients with diabetes, myocardial in-
farction, and rheumatoid arthritis. Psoriasis is often genetically
determined and both endogenous and exogenous factors are in-
volved in disease pathogenesis. Many factors, such as infectious
agents, mental or mechanical injuries, various drugs, and alco-
hol can trigger the start or relapse of this chronic condition [5].

The IL-23/TH17 immune axis is now thought to be central to
the pathogenesis of psoriasis. The main cytokines involved in
psoriasis pathogenesis, IL-23, TNF and IL-17, can be subdivid-
ed into regulatory and effector cytokines based on their mode of
action [4]. IL-23 exerts regulatory effects on the maintenance of
Th17 cells, whereas IL-17 and TNF mediate effector functions
of innate (TNF) and adaptive (TNF, IL-17) immune cells [4].

Different subtypes of the regulatory T cells are involved in
the conduct of psoriasis immunopathogenesis: among them are
Th17, Th22 and Th9 cells. Their significance increases because
they are involved in regulating the IL-23/Th17 axis that controls
the pro-inflammatory rings of psoriasis cells. IL-23/Th17 axis
controlling mainly the proinflammatory loop in psoriatic plaques
which involves keratinocytes, dendritic cells, and T cells; espe-
cially yd T cells also play a major role in the production of IL-17
and in the maintenance of inflammation in psoriatic plaques [1].

Recent advances in psoriasis research have provided new de-
fined targets for therapeutic intervention, offering hope for safe
and effective treatment [1].

The main goal of our study was to evaluate the ratio of T cell
profile and IL-23/Th17 axis by evaluating IL17A, 1L22, IL9 in
peripheral blood of persons with moderate to severe plaque pso-
riasis. Based on the complex nature of the disease we aimed to
identify the cells and cytokines which are leading the process in
blood samples of patients and healthy groups. Also, we evalu-
ated the expression of CD69 activation markers on CD4" T cells.

Material and methods. Before the start of experimental stud-
ies, the project was submitted to the Ethics Commission of the
National Center for Disease Control and Public Health (NCDC).
An ethical permit was taken to conduct the research in Georgia.
During the research, the anonymity of the participants was pre-
served, voluntary engagement by each participant was certified
by the signature of informed consent.

Peripheral blood was obtained from 18 patients with moder-
ate-to-severe forms of plaque psoriasis aged between 18 and 65
years (median age 42) and 15 healthy age-matched volunteers.
Only those patients who did not receive systemic therapy a
month before the start of the study were included.

The severity of the disease was determined by standardized
Psoriasis Area and Severity Index (PASI). The PASI of the
patients included in the study ranged from 10 to 40, no other
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chronic inflammatory diseases were detected in persons of
the main group.

Blood samples of patients were provided by partner dermatologi-
cal clinics within the scope of the research. Obtaining, storage and
delivery of the material was provided by the staff involved in the
project. Ten ml of blood were collected in heparinized tubes (Sig-
ma), stored at a room temperature and processed on the same day.

The experimental part of the project was implemented in the
scientific laboratory of the Division of Immunology and Micro-
biology of Thilisi State University.

Immunophenotyping - Phenotype of cells of peripheral blood.
Expression of cell surface receptors was carried out following
the standard immunophenotyping technique [8,9]. For stain-
ing there were used the following mAbs: PE-cycS conjugated
anti-human CD3, FITC -cyc5 conjugated anti-human CD4,
and PE conjugated anti-human CD69 (all — eBioscience). PE-
cyc5-conjugated IgG1, FITC-conjugated IgG1l and PE-conju-
gated IgG1l were used as isotype controls (all — eBioscience).
All samples were analyzed using FACScan flow cytometer
(Becton&Dickinson) by gating on the Lymphocyte population
in FSC/SSC dot plot.

Determining the intracellular interleukins in the study mate-
rial. For the evaluation of IL-17, IL-22 and IL-9 level and po-
tential activity, the study cells was stained with T helper cell an-
tibodies, followed by the permeabilization of plasma membrane
of the cells and staining intracellular interleukins with PE con-
jugated anti-human IL17, PE conjugated anti-human IL-22 and
PE conjugated anti-human IL-9 mAb (all — eBioscience). FITC-
conjugated IgG1 and PE-conjugated IgG1 were used as isotype
controls (both — eBioscience). The results were measured in per-
centages from T CD4 + cellular population and data was evalu-
ated statistically. The samples were analyzed in a FACScan flow
cytometer (Becton&Dickinson).

The data was statistically analyzed using Mann-Whitney non-
parametrical U-test. The values represent averages (M) with
standard deviation (SD).

Results and discussion. Our data demonstrated that there
was no significant deviation of the immune cell balance com-
pared to normal age-matched healthy volunteers with patients
with psoriasis (Fig. 1).
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Fig. 1. CD3 and CD4 cell expression in patients with Psoria-
sis (patients (n=18) and normal controls (n=15)
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The percentages of CD3+ T lymphocyte were no signifi-
cant differences in individuals with psoriasis compared to
normal healthy volunteers, which is not surprising since our
patients had localized form of disease, therefore no change in
the total number of T lymphocytes in peripheral blood was
observed. It is noteworthy that, in contrast to control group,
the expression level of CD4+ T cells was decreased in the
patients, which may be due to mobilization of T helper lym-
phocytes into the inflammatory areas, which may be result
in Th cell number partial decrease in the peripheral blood of
patients with psoriasis.
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Fig. 2 Evaluation of CD 69 activation marker expression in T
helper cells (patients (n=18) and healthy controls (n=15)

Our results indicate that the level of CD69 expression on T
helper cells in blood samples of patients with psoriasis were
found slightly lower than in healthy groups (Fig.2). CD69
is known to be a marker of Th cell activation, although re-
cent studies have suggested that downregulation of the CD69
marker in psoriatic inflammation areas is considered to be a
positive prognostic marker, and its activation results in in-
creased expression of pro-inflammatory interleukins on Th17
cells, such as IL-22 [2]. Therefore, the role of CD69 as a
pro-inflammatory marker in peripheral blood appears to be
unclear.
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Fig. 3. Evaluation of intracellular IL-9 IL-17 and IL-22 ex-
pression in CD4+ T cells in peripheral blood samples in patients
with psoriasis (n=18) and healthy control group (n=15)
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As is well known in the development of psoriasis, CD4+
T cells activated by IL-23, release various cytokines in the
inflammatory site and therefore increase the number of in-
terleukins.

In the immunopathogenesis of psoriasis, Th17 cells are ac-
tively involved in the initiation and amplification phase of
the skin inflammatory process, and Th22 resident cells play
a major role as the memory cells, and the role of Th9 cells in
the development of recurrent psoriasis is also particularly im-
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portant. Fig.3 shows that in the peripheral blood samples of
patients with psoriasis, elevated levels of IL-22 can be found
in T helper cells, as the function of IL-22 is reorganization of
the non-immune tissue involved in the inflammatory process-
es of psoriasis [10], these results therefore are highly logical.
Whereas, IL-9 and IL-17 expression levels are decreased in
peripheral blood Th cells, which may be explained by mo-
bilization of the corresponding Th9 and Th17 cells into the
inflammatory site.

Conclusion. The T cell profile and the IL-23/Th17 axis
functional activity levels were significantly different from the
literature data obtained about the inflammatory region (psori-
atic lesions on the skin). IL-9 and IL-17 expression levels are
decreased in peripheral blood CD4 * T cells, which may be
explained by mobilization of the corresponding Th9 and Th17
cells into the inflammatory site.

The investigation continues to identify the level of activation
of Th17, Th22, ThO cells in correlation with psoriasis severity.
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SUMMARY

CORRELATION OF CD4+T LYMPHOCYTES ACTIVATION WITH INTERLEUKIN IL-9, IL-17, IL- 22 PROFILES
IN THE PERIPHERAL BLOOD OF PATIENTS WITH PLAQUE PSORIASIS
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Psoriasis is a T cell mediated chronic inflammatory skin dis-
ease affecting about 2% of the population worldwide. Recently
has established the central role of IL-23/Th17 immune axis in
the pathogenesis of psoriasis and different subclasses of T cells
including Th1 and Th17 cells are involved in initiation and am-
plification of the skin inflammation process, in addition, in cases
of recurrent psoriasis, Th22 cells play the role of memory cells
with the help of Th9 cells, which are also important in this pro-
cess.

The main goal was to evaluate the ratio of T cell profile and
IL23/Th17 axis by evaluating IL17A, 1L22, IL9 in peripheral
blood of persons with moderate to severe plaque psoriasis.

We have estimated the activation of IL-23/Th17 axis by eval-
uating the level of IL-17A, IL-22 and IL-9 in peripheral blood
of patients with plaque psoriasis (n=18) with different severity
of the disease (PASI from 10 to 40) comparing the results with
data obtained from healthy persons (n=15). The expression of
CDG69 activation marker on T helper cells has been evaluated as

well. The results were analyzed using FACScan flow cytometer
(Becton Dickinson).

The percentage of CD3 + T lymphocytes in the peripheral
blood of patients with psoriasis was not significantly different
compared to normal healthy volunteers, however, the level of
expression of CD4 + T cells was reduced. We observed a dra-
matic increase in IL22 along with a decrease in the level of
expression of IL-9 and IL-17, the expression of Th activation
marker (CD69) was also decreased in comparison with the con-
trol group.

The T cell profile and the IL-23/Th17 axis functional activity
levels were significantly different from the literature data ob-
tained about the inflammatory region (psoriatic lesions on the
skin). IL-9 and IL-17 expression levels are decreased in periph-
eral blood Th cells, which may be explained by mobilization of
the corresponding Th9 and Th17 cells into the inflammatory site.

Keywords: psoriasis, T cells activation, cell marker, periph-
eral blood sample, Interleukin.

PE3IOME

KOPPEJISALUS AKTUBALIMM CD4+T JUM®POLMTOB C HPOPUISAAMU UHTEPIEAKUHOB IL-9, I1L-17, 1L-22
B IEPU®EPUYECKOM KPOBH BOJIbHBIX BJISIIEYHBIM IICOPUA3OM
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TIcopuas - xpoHnYecKoe BOCIAIUTENILHOE 3a00JIeBaHNE KOXKH,
onocpenoBanHoe T-knerkamu. IlcopuazoM HOpa)keHO OKOJIO
2% HaceneHnus Bcero mupa. Ha ceroqusinHuil 1eHb ycTaHOBIIC-
Ha nieHTpaibHas posts IL-23/TH17 nmMMyHHO# ocH B TaToreHese
ncopuasa. HemasioBaxHyo pojb B pa3BUTHU [ICOPUA3a UTPAIOT
pasnuyHbie noakinaccel T-kieTok, Bkimodas Thl u Thl7, yua-
CTBYIOIMX B MHUIMAIMK M YCUJIIEHUM IPOLECCa BOCHAICHUS
B IicopuTHyeckoi koxke. Kpome Toro, npu penunuse ncopuasa
Th22 knerku ¢ nomomsio Th9 ki1eTok UrparoT poib KIETOK Ia-
MSTH, YTO BECbMa 3HaYUMO B [1aTOICHE3E Iicopuasa.

Ilenbto uccnenoBaHus sIBUIACH OLEHKA COOTHOILLEHMS IIPO-
¢wis T-xknerok u ummyHHO# ocu IL-23/Th17 B mepudepude-
CKO KpOBH OOJIBHBIX OJISIIIEYHBIM [ICOPHA30M CPEIHEH M TskKe-
JIOW CTEIICHU TSXKECTH.

Ouenka akruanuu ocu 1L-23/Th17 n skcnpeccun mMapkepa
axtuBany CD69 Ha T-xennepHbIX KIeTKax B nepudepuaeckon
KPOBH HalMEHTOB ¢ OJsimedHsIM ncopraszoM (n=18; PASI ot 10
1o 40) mpoBezieHa C UCIIOIB30BAaHUEM IIPOTOYHOTO IIUTOMETPa
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FACScan (Becton Dickinson). Pe3ynsrarsl cpaBHEHEI ¢ COOT-
BETCTBYIOIINMH JIAHHBIMH 310POBBIX JIHI (n=15).

Ipouent CD3+T-mumdonntoB B nepudpepudeckoil KpoBH
MalMEeHTOB C IICOPHA30M CYIIECTBEHHO HE OTIMYAJICS OT JaH-
HBIX 3/I0POBBIX JOOPOBOJIBIEB, OIHAKO, YPOBEHb JIKCIIPECCHH
CD4+T-xuetok 0611 ToHMKeH. Habmonanocs peskoe yBennde-
Hue IL-22 ¢ 01HOBpEMEHHBIM CHIXKEHHEM YPOBHS JKCIIPECCUU
IL-9 u IL-17, a sxcrpeccust Mapkepa aktuBauu CD69 na Th
KJIeTKax OblIa OHMKCHA B CPABHEHHHU C KOHTPOJIEM.

[omy4yenusle B pe3yibrare INPOBEACHHOTO HCCICJOBAHUS
JTaHHBIE O COOTHOIIECHUH T-KJICTOK U YPOBHS (PyHKIIHOHAIBHOM
aktuBHoctu ocu 1L-23/Th17 B nepudepudeckoit kpoBu 60Ib-
HBIX OJISIIEYHBIM IICOPHA30M 3HAYUTEIHEHO OTIMYAIOTCS OT Cy-
IIECTBYIOIINX JINTEPATYPHBIX JAHHBIX ICOPHATHIECKOTO OYara.
Yposens skcnpeccnu IL-9 u IL-17 B Th-knerkax nepudepnye-
CKOM KpOBH OBLIT IIOHM)KEH, 4TO, II0 BCEH BEPOSTHOCTH, 00BsIC-
HsieTcst moOwm3anuei coorBercTByrommx Th9 u Th17 kierok
B MECTaX BOCHAJICHUS.
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COMORSBIDITY OF TYPE 1 DIABETES MELLITUS
WITH OTHER CHRONIC PATHOLOGY IN CHILDREN

12Shevchenko N., 'Tsiura O., 'Shlieienkova H., 'Panko N., ?Kvaratskheliya T.

'V. Karazin Kharkiv National University, School of Medicine; *SI “Institute of Health of Children and Adolescents
of the National Academy of Medical Sciences of Ukraine”, Kharkiv, Ukraine

The most important features of modern human pathology are
the predominance of chronic diseases, the genesis of which is
multifactorial, the prevalence of diseases characterized by sys-
temic damage, as well as comorbidity, or the coexistence of sev-
eral in one person - two or more diseases [6].

Diabetes mellitus type 1 (DM1) is one of the most common
chronic diseases developing in childhood, characterized by ab-
solute insulin deficiency following autoimmune-mediated de-
struction of pancreatic beta cells. The incidence of the disease
in children increases for unknown reasons at a rate from 3 to 5%
every year worldwide. About 1 in every 400-600 children and
adolescents has DM1 [9]. Complex interactions between envi-
ronmental and genetic factors contribute to the development of
DM1 in genetically predisposed patients [2]. The DM1-induced
or is one manifestation of systemic autoimmune process can
also affect other organs, resulting in development of additional
autoimmune or other chronic diseases in the patient, thereby im-
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peding diabetes control. The most common DM1 comorbidities
include autoimmune thyroid diseases, celiac disease, and auto-
immune gastritis; additionally, diabetes can be a component of
Polyglandular Autoimmune Syndrome [1].

Diabetes causes musculoskeletal changes that lead to symp-
toms such as joint pain and stiffness; swelling; nodules under
the skin, particularly in the fingers; tight, thickened skin; trigger
finger; carpal tunnel syndrome; painful shoulders; and severely
affected feet. Several studies focus on the diabetes as a risk fac-
tor and the risk of different types of arthritis [3, 11]. What starts
off as a hormonal problem can evolve into joint problems, in
addition to the widely known cardiovascular problems. Diabetes
raises your risk of having arthritis, including rheumatoid arthri-
tis (RA) and arthritis-related issues, by about 20% [12]. RA and
type 1 diabetes mellitus (T1DM) are both autoimmune diseases.
Chronic inflammation from diabetes may pave the way for ar-
thritis or other chronic autoimmune disorders [11].



