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THE ROLE OF SERUM AND FOLLICULAR FLUID CYTOKINES IN SUCCESSFUL RESULTS
OF IN VITRO FERTILIZATION PROCEDURE
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The purpose of the study was to find out the association between cytokines of serum and follicular fluid and successful
results of an in vitro fertilization procedure. A total of 131 patients were included in the study. They were grouped based on the
outcome of the in vitro fertilization procedure. The cytokines in the serum and follicular aspiration fluid obtained during the process
of oocyte pick-up were measured. There was no significant difference in cytokines levels in serum and follicular fluid in patients
with and without success results of in vitro fertilization procedure. IL-1p (p=0.851), IL-6 (p=0.994) in follicular aspiration fluid
and IL-1f (p=0.266), IL-5 (p=0.365) and IL-6 (p=0.377) were different in serum, but the differences were not statistically
significant (p>0.05). Our study suggests the nonsignificant association between some cytokines in serum and follicular fluid and
successful results of in vitro fertilization procedure, but it is necessary to conduct the further studies for more detail results.

A.®. CajapoBa

POJIb IUTOKIHIB CUPOBATKH I ®OJIKYJISIPHOI PITUHU
B YCHIIIHUX PE3VIIBTATAX MPOLEAYPU EKCTPAKOPIIOPAJIBHOT O 3AIVIIZIHEHHSA

eTOI0 JOCTDKEHHS Oylo 3’SCyBaTH 3B’S30K MDK IMTOKIHAMH CHPOBArKW Ta (DONIKYIPHOI PIOUHHM Ta YCTIIIHAMH
pe3yJbTaraMy TPOIEAYPH EeKCTPAKOPIIOPATHHOr0 3aIUTiTHEHHSL. YCBOro 10 MocTimkeHns Oy Bimrouennii 131 marmient. Bonu Oymu
3rPYMOBaHl 3 ypaxyBaHHAM pe3yIBTaTiB MPOLEAypH EKCTPAKOPHOPATHHOrO 3aUTigHEHHsI. BuMipioBany IWMTOKIHM B CHPOBATIi Ta
(omniKyIsIpHIN acTipamiiiHiii pimwHi, OTpUMaHiil y Tporeci 3a00py oonuTiB. JIoCTOBIpHO! pi3HHMII y PiBHI IMTOKIHIB Yy CHPOBATII KPOBI Ta
(OMNIKyISIPHIN PiaMHI y TALI€HTOK 3 YCHIIIHIMI pe3yIbTaTaMu IPOLELypH eKCTPaKOPIIOPATHHOTO 3aIUTi THEHHS 1 0e3 Hel BISIBIICHO He OyIIo.
IL-1B (p=0,851), IL-6 (p=0,994) y comikymsipHiii acmipamiimiit pinumi Ta IL-1f (p=0,266), IL-5 (p=0,365) Ta IL-6 (p=0,377) y cuposarti
BiIpi3HsIHCS, ate BiMIHHOCTI Gyrmu crarucTrdHo 3Hadyimmvu (p>0,05). Harre ocmimkenns mepeatadae HasBHICTS TICBHOTO 3B SI3KY MijK
JISSIKAMH [IATOKIHAME B CHPOBATI Ta (hoMKyISIpHiil piavHi Ta YCHIIIHIMH pe3yJIETaTaMy IPOLeypHy eKCTPpaKOpIIOPaTBbHOTO 3aTUT JHEHHS
ae s OTpUMAaHHs OUTBII JeTaTbHUX Ta TOYHHX PE3YJIBTATIB HEOOXiTHO MPOBECTH MOJANBIII OCIT [PKEHHS.
KoniouoBi c10Ba: BariTHICTh, peNMPOAYKTUBHI TEXHOJIOT1], IMyHOJIOTIYHI MapKepH, KiHO9a Oe3IITi JHICTb.

Infertility affects 48.5 million couples globally. It is defined clinically as failure to conceive after
12 months or more of regular unprotected sexual intercourse [8]. Prevalence of primary infertility was
1.9 % and secondary infertility 10.5 % [9]. WHO estimates that these figures go up 2.5 fold using an
epidemiological definition of infertility [14].

In vitro fertilization (IVF) is a process whereby mature oocytes are collected from ovaries,
fertilized by sperm in vitro, and transferred back to uterus. Recent developments in IVF may be important
in overcoming infertility [11]. A normal balance of different parts of the immune system is necessary for
the proper development of follicles. Cytokines promote proper oocyte maturation, timely rupture of
follicles, and neoangiogenesis, indirectly contributing to the supply of oxygen, nutrients, and substrates for
subsequent steroidogenesis [7, 10]. Some cytokines, such as IL-6, also plays an important role in follicle
development. Regarding folliculogenesis, cytokines regulate cell proliferation or differentiation and follicle
survival or atresia [5, 13]. The central role of cytokines suggests that any modulation during follicle
development and oocyte maturation may have a significant impact on the development of physiological
conditions for fertilisation. Pro-inflammatory cytokines are crucial in the maturation process of the ovarian
follicle, in addition to the process of embryo implantation. Immune imbalances have a negative impact on
the prognosis of the effectiveness of IVVF and possibly on natural fertilization [3, 6].

Thus, stadying the role of various cytokines in the procedure of in vitro fertilization may ultimately
help in establishing an individual approach to the fertility treatment.

The purpose of the study was to investigate the cytokines levels in the serum and follicular
aspiration fluid in women undergoing in vitro fertilization procedure.

Materials and methods. The study was carried out in the Reproductive Department of Caspian
International Hospital in the period of 2020-2022. Totally 131 women, who were not able to achieve
pregnancy through natural methods and undergoing IVF procedure, were included in the study. Patients
were grouped and analyzed based on IVF procedure outcomes: IVF positive (IVF (+)) or negative
(IVE (-)). Female Infertility and other factors: Tube-Over reserve, Gender selection or Male Factor-
Azoospermia, Unexplained Cause also were assessed. All procedures were carried out in accordance with
the principles of the Declaration of Helsinki (2008). Informed consent forms were signed for all patients.

IVF was performed according to standard clinical procedures. Cytokines were measured in the serum
and follicular aspiration fluid obtained during the process of oocyte pick-up (OPU). All samples were taken
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at the day of OPU from 84 patients. Samples were centrifuged at 1,000xg for 15 minutes and then stored at -
80°C until used. Standard ELISA kits (Thermofisher) were used to measure IL-13, TNF-a, IFN-y, IL-4, IL-
5, IL-6, and IL-7 using STAT FAX 303 PLUS instrument in Caspian international Hospital Laboratory.

NCSS (Number Cruncher Statistical System) program was used for statistical analysis. Descriptive
statistical methods (mean, standard deviation, median, frequency, percentage, and minimum and
maximum) were used while evaluating the study data. The conformity of the quantitative data to the normal
distribution was tested with the Shapiro-Wilk test and graphical examinations. A Student-t test was used
for comparisons between two groups of normally distributed quantitative variables, and a Mann-Whitney
U test was used for comparisons between two groups of non-normally distributed quantitative variables.
Statistical significance was accepted as p<0.05.

Results of the study and their discussion. Infertility was observed in 37.4 % (n=49) of the cases
participating in the study. IVF history was observed in 39.7 % (n=52) of the cases. IVF numbers of cases
with IVVF ranged from 1 to 7, with a mean of 2.04+1.52.

Among the infertility factor the most common was person factors 45.0 % (n=59). Ovarian Factor
was detected in 26 (19.8 %) of patients, tube factor — in 13 (9.9 %), unexplained reason — in 19 (14.5 %),
gender selection —in 4 (3.1 %) and infertility depends on both sides — in 10 (7.6 %) of women.

According to the results of Hysterosalpingogram (HSQ), tubes were open in 118 (90.1 %) of
patients, were closed in 13 (9.9 %) of all women, involved in the study.

The pregnancy outcomes were as following: no transfer — in 7 (5.3 %), no pregnancy — in 60
(45.8 %), presence of pregnancy — in 56 (42.7 %), menstrual cycle cancelled — in 8 (6.1 %) of patients.

Patient markers were analyzed based the success of IVF. The cytokines were quantified in these
patients' follicular aspiration fluid and serum. The levels of cytokines follicular aspiration fluid were
different depends on success of IVF procedure (Table 1).

Table 1
The levels of cytokines, depends on IVF Success Status (Follicular Aspiration Fluid)
Parameters Group
IVF not successful (=) (n=8) | IVF successful (+) (n=76) Total P
IL-18 pg/ml Mean+SD 1381.18+2474.95 1009.07+£1597.7 1045.37+1687.89 | 20.851
TNF-0 pg/ml | MeantSD 95.1+109.11 102.64+251.45 101.9+240.87 30.453
IFN-y pg/ml Mean+SD 75.49+136.83 51.91+116.49 54.21+117.88 a0.325
IL-4 pg/ml Mean#SD 153.49+292.7 128.1+231.87 130.57+236.46 80.424
IL-5 pg/ml Mean+SD 145.13+272.32 115.67+216.25 118.55+220.53 a0.295
IL-6 pg/ml Mean#SD 119.63+240.59 69.36+134.91 74.26+147.08 20.994
IL-7 pg/ml Mean+SD 192.76+359.57 150.7+291.35 154.8+296.37 a0.502

Mann Whitney’s U Test/Values are for pg/ml.

IL-1p, IL-6 and IFN-y measurements were different in the follicular aspiration fluid of patients with
IVF successful results and without them. The level of IL-1p in women with successful IVF was lower than
in patient with IVF (-) (1009.07+1597.7 pg/ml vs 1381.18+2474.95 pg/ml, respectively). The similar results
were found out in IL-6 levels (69.36+134.91 pg/ml vs 119.63+240.59 pg/ml, respectively) and IFN-y levels
(51.91+116.49 pg/ml vs 75.49+136.83 pg/ml, respectively). However, the differences were not statistically
significant (p>0.05). The other cytokines had practically the same levels in compared groups (p>0.05).

The cytokines levels in the patient serum demonstrated similarities with follicular aspiration fluid
results (Table 2).

Table 2
The levels of cytokines, depends on IVF Success Status (Serum)
Parameters Groups
IVF not successful (-) (n=8) IVF successful (+) (n=76) Total p
IL-1p pg/ml MeantSD | 1274.75+2517.2 817.02+1594.09 860.61+1687.86 | 20.266
TNF-0 pg/ml | MeantSD | 56.63+60.86 77.58+148.02 75.58+£141.95 20.766
IFN-y pg/ml MeantSD | 75.54+164.86 49.49+135.75 51.97+137,85 20.402
IL-4 pg/ml Mean+SD | 161.84+305.18 111.03+£210.52 115.87+219.38 a0.424
IL-5 pg/ml MeantSD | 173.73+362.55 105.99+226.11 112.44+240.17 20.365
IL-6 pg/ml Mean+SD | 133.36+302.95 71.94+149.45 77.79+£168.08 80.377
IL-7 pg/ml MeantSD | 144.15+249.3 125.36+244.62 127.15+243.61 20.915

Mann Whitney’s U Test/Values are for pg/ml.

Despite on presence of some differences in levels of IL-1p (1274.75+2517.2pg/ml in IVF (-) group
vs 817.02+1594.09 pg/ml in IVF (+) group), IL-5 (173.73+£362.55pg/ml in IVF (=) group vs 105.99+226.11
pg/ml in IVF (+) group) and IL-6 (133.36+£302.95pg/ml in IVF () group vs 71.94+149.45 pg/ml in IVF
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(+) group), these were not significantly different (p>0.05). On the opposite, the level of TNF-o was lower
in patient with fail of IVF (56.63+60.86pg/ml in IVF () group vs 77.58+148.02 pg/ml in IVF (+) group).

As in the follicular aspiration fluid, the other cytokines measured in serum had practically the same
levels in women with and without success of I\VVF procedure (p>0.05).

In our study, we investigated several cytokines in the serum and follicular liquid, in women
undergoing IVF. Patients were grouped based on whether there was a positive IVF result. Some studies
demonstrated a positive association between IVF outcomes and pregnancies and IL-1f3 levels. In a clinical
prospective study with 205 women, detectable IL-1f in the serum at the start of the IVF cycle was
associated with positive IVF outcome and ongoing pregnancy, and IL-18 was shown to increase gradually
in ongoing pregnancies [6]. Sequeira et al. showed that IL-1 in maternal serum and cell culture medium of
developing embryos on IVF day 3 were significantly higher in women with successful implantation [12].

In another study with 76 women, IL-18 measurements were performed in endometrial secretions
obtained prior to oocyte collection during IVVF procedure and IL-1p levels were significantly higher in
women with successful chemical pregnancies. However, the difference in the IL-1f levels did not reach to
significance in case of clinical pregnancy (p=0.06) [5]. Our results were similar: the IL-1p levels in
follicular fluids demonstrated some differences without statistical significance (p=0.851).

In our study, we also observed a reduced level of IL-6 in in follicular aspiration fluids in patients
with IVF negative results. Among cytokines, such as IL-4, IL-6 and 1L-10 which are primarily secreted by
Th2 cells, IL-4 and IL-10 can cooperate with Treg cells in the regulation of immune balance to ensure a
conducive environment for embryo implantation and maintenance of pregnancy [3, 4]. Zhang Y, et al
indicated the changes of IL-4 and IL-10 and their ratio in patients with recurrent implantation failure [15].
But we did not revealed differences of levels of IL-4 in our study.

According to some studies, TNF-a could induce positive regulatory effects on trophoblast invasion
at low concentrations [2, 15]. In contrast, high TNF-a concentrations can inhibit endometrial decidualization
and promote apoptosis in trophoblasts, leading to embryo implantation failure or pregnancy loss [5]. In our
patients there were not significant differences in levels of TNF-a both in group IVVF (+) and group IVF (),
but interestingly that in serum the level of this cytokine were lower in women in case of I\VVF failure.

Alhilali MJS, et al (2019) in their study found out that IL-5 in follicular fluid as a negative predictor
of the intracytoplasmic sperm injection outcome [1]. We revealed the higher levels of IL-5, but in serum,
not in follicular fluid.

Studies mentioned above demonstrate an association between cytokines and success in IVF procedure
and pregnancies. However, some data show a negative association, while others show a positive association.
There may be several reasons behind the contrasting results. First, immunological pathways and their crosstalk
are complex processes, and these interactions and levels of cytokines change during the cycle. The time point at
which the serum was obtained is critical and may affect the results. Second, some studies focus on measurements
in the in vitro culture medium. Others focus on measurements in the serum or endometrial secretions. These
methodological differences may have a role in the different outcomes of studies.

There are some differences in levels of cytokines in serum and follicular aspiration fluid between
women with and without successful results of 1\VF procedure.

1. IL-1p (p=0.851), IL-6 (p=0.994) in follicular aspiration fluid were different in groups IVF (+)
and IVF (-).

2. 1L-1B (p=0.266), IL-5 (p=0.365) and IL-6 (p=0.377) were different in serum, but the differences
were not statistically significant (p>0.05).

However, absence of statistically significance of data required necessity of further studies.
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105 patients with relapsing-remitting multiple sclerosis aged 18 to 49 were examined. The degree of disability was assessed
using the Expanded Disability Status Scale. Neuropsychological examination was performed to determine the level of personal and
reactive anxiety on the Spielberger-Khanin scale and depression on the Beck scale. Magnetic resonance imaging of the brain was
performed and brain atrophy indices were calculated, namely, the bicaudal and Sylvian sulcus indices. The ability of the studied clinical
and paraclinical indicators to predict the progression of disability in multiple sclerosis was assessed using ROC analysis. Areas under the
ROC curve had excellent prognostic characteristics for indices of atrophy, levels of anxiety and depression about significant neurological
manifestations (EDSS>3.5 points) and disability in patients with relapsing-remitting multiple sclerosis. According to the data of the
multiple logistic regression analysis, it was established that the degree of subcortical atrophy according to the BCR index is a statistically
significant independent factor affecting the appearance of significant neurological manifestations, according to the adjusted odds ratio,
purified from the influence of other factors (OR=26.2; 95 % CI 3.5-198.3), the level of depression on the BDI scale (OR=97.2; 95 % Cl
(3.4-2744.0). A significant protective effect of disease-modifying therapy was confirmed (OR=0.006; 95 % CI 0.001-0.045).
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MPOTHO3YBAHHS IHBAJIIU3AILIL IPU PELIUAUBY FOUE-PEMITYIOUOMY
PO3CISIHOMY CKJUIEPO3I1

O6crexeHo 105 XBOpUX Ha peLHIMBYIOYE-PEMITYIOUMH PO3CisiHUI ckiepo3 y Bimi Bin 18 mo 49 pokis. Ctyminb
imBamigu3amii omiHoBanmk 3a mkanoro Expanded Disability Status Scale. IIpoBommmi HelporncHxoioriuHe OGCTEXCHHS 3
BU3HAYCHHAM PIiBHS OCOOMCTICHOI Ta peaKTHBHOI TPUBOXKHOCTI 3a mkaioro CrinbGeprepa-XaniHa Ta piBHS Jempecii 3a MIKaIoro
Bexa. IIpoBoam MarHiTHO-pe30HAHCHY TOMOTpagiro MO3Ky Ta po3paxoByBalu iHAEKCH aTpodii MO3Ky, a came — OikayqanbHIH
Ta iHgekc CuabBi€BOi OOPO3HM. 3AATHICTH BUBYCHUX KIIIHIYHUX Ta MApaKITiHIYHUX MOKA3HWKIB IPOTHO3YBAaTH HMPOTPECYBAHHSI
iHBaiIM3anii mpu po3cisHOMY cKiepo3i ominroBamu 3a gornomoroio ROC-amamizy. Ilmomi mix ROC-kpuBoo Manu BigmiHHI
IIPOTHOCTUYHI XapaKTePUCTHKU IS iHAEKCIB aTpodii, piBHIB TPUBOXKHOCTI Ta AEMpecii MI00 3HAYHUX HEBPOJIOTIYHHUX IPOSBIB
(EDSS>3.5 GamiB) it imBamimmsamii y xBopux Ha PPPC. 3a maHNMH MHOXHHHOTO JIOTICTHYHOTO perpecifiHoro aHamizy
BCTAHOBJICHO, II0 CTATUCTMYHO 3HAYYIIMMH CaMOCTiHHMMH (haKTOpaMHy BIUIMBY HA IOSIBY 3HAUYHHMX HEBPOJIOTTYHHX IHPOSBIB,
3TiHO CKOPHTOBAHHX, OYMIEHNX BiJ BIUIMBY IHIINX YMHHMKIB, BITHOIICHHS [IAHCIB € CTYIiHb ITiAKOPKOBOI aTpodii 3a iHgeKcOM
BCR (BILI=26.2; 95 % /Il 3.5-198.3), piBenp nempecii 3a mkamoro BDI (BILI=97.2; 95 % /I (3.4-2744.0). IligrBepmkeno
3HAYHMI 3aXUCHHUH eeKT mpuitoMy xBopobo-mMoaudikyrouoi tepamii (BLLI=0.006; 95 % JII 0.001-0.045).

KuniouoBi ciioBa: po3cisauii ckinepos, arpodisi, IHBaiIU3aLlis, TPOrHO3yBaHHS, Iepedir.

The study is a fragment of the research project “Clinical, pathogenetic and prognostic markers of disorders of the
nervous system and optimization of diagnostic and treatment algorithms”, state registration No. 0122U201970.

Multiple sclerosis (MS) is a chronic autoimmune disease of the central nervous system (CNS) in
which inflammation and demyelinating disease occur even in the early stages of the disease [3].

There are 4 types of MS course: relapsing-remitting (RRMS), secondary progressive, primary
progressive and progressive-relapsing. RRMS is the most common one [6].
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