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Cervical cancer is the fourth most frequent female cancer in the world [1]
and the second one in Armenia [2]. A large number of evidence indicates that
infection with the human papillomavirus (HPV) is the primary risk factor for
cervical cancer and plays a key role in cervical carcinogenesis [3]. However,
few prospective studies suggest that HPV infection alone may not be sufficient
to promote cervical carcinogenesis and a number of co-factors such as defi-
ciency in antioxidants and inflammation are involved in the development of
cancer [3]. Intriguingly, despite the availability of various studies, the interde-
pendent nature of oxidative stress and inflammation is discussed relatively
recently [4]. Selection of antioxidants that do not simultaneously inhibit both
oxidative stress and inflammation or use of nonselective anti-inflammatory
agents that block some of the oxidative and/or inflammatory pathways but
exaggerate the others might be responsible for the failures of the antioxidant
clinical trials [4]. Thus, to establish the validity of schemes involved in all
stages of cancer progression and to increase the positive outcome from the
future treatment it would be essential to quantify both redox and inflammatory
status of cancer patients.

Calcineurin (CN) is a key enzyme leading to the activation of the immune
system by participating in the synthesis of several cytokines (interleukin (IL)-2,
tumor necrosis factor (TNF)-a, etc.) via dephosphorylation and activation of
NFAT (nuclear factor of active T cells) transcription factors [5]. Being closely
and widely involved in various signaling pathways related to immune response,
inflammation and cancer pathophysiology [5-6], CN levels in plasma and tissue
not only express the extent of the immune system activity, but the tumor driven
inflammation as well. Moreover, redox sensitive nature of CN active center [7]
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additionally makes CN being closely related to redox systems as well. Hence, in
the terms of cervical cancer, taking into account its multifactor origin, the study
of the activity of CN with its dualistic nature described previously [8], could
serve as a complex estimator of the complicity of the interplay between host
immune and antioxidant systems’ and the tumor microenvironment. In this
concept, to evaluate simultaneous contribution of host immunity, antioxidant
defense system and tumor driven inflammation in pathogenesis of cervical
cancer we considered advisable to study the parallel changes in the activity of
CN as a major activator of the immune system, immunoregulatory cytokine IL-
2, pro-inflammatory cytokine TNF-a, glutathione (GSH) as the most abundant
intracellular non enzymatic antioxidant, and catalase (CAT) as one of the potent
scavengers of the reactive oxygen species (ROS).

Material and methods. The blood and tissue samples from postoperative
material of untreated patients with the I (n=15), II (n=5) and III (n=11) stages of
cervical cancer were provided by the National Centre of Oncology after V.A.
Fanarjyan (NCO MH RA). The plasma of healthy donors (n=6) and histo-
logically checked healthy parts of remote tissue (n=8) were used as a control.
Histological study of the postoperative material was conducted by the Labo-
ratory of Clinical Pathomorphology at the NCO MH RA. The most cases of
cervical cancer were diagnosed as a moderately and poorly differentiated
squamous cell carcinoma. Age of patients ranged from 33-73, and the average
age was 50 years. Among these patients women with the age of 35-65 (86,7%)
were predominated.

Blood (1.5-2 ml) was collected into sodium citrate (3.2%)-coated vacu-
tainer tubes and centrifugated at 1500 rpm for 10 min. Plasma was separated
and stored at -32°C. Tissue samples were homogenized with 2.5 volumes of 50
mM Tris-HCI, pH 7.5 buffer, containing 0.05% Triton-X-100, 0.1 mM EDTA,
1 mM DTT, protease inhibitors, and centrifugated at 20000 g for 60 min at 4°C.
The supernatant was separated and stored at -32°C as well. The protein content
in samples was determined by Bradford assay [9].

Calcineurin activity was measured by spectrofluorimetric assay using 4-
methylumbelliferyl phosphate (4-MUP) as a substrate [10]. We have adapted
the assay for our research as described before [11]. One unit of enzyme activity
is defined as amount of enzyme that caused the formation of 0.1 nM of 4-
methylumbelliferon (4-MU) at 32°C for 1 h. The quantity of 4-MU was
determined fluorimetrically using a Perkin-Elmer MPF-44A spectrofluorimeter
(PerkinElmer Inc., USA). TNF-a and IL-2 levels in plasma and tumor tissue
samples were determined using human TNFa ELISA MAX kit (BioLegend
Inc., USA) and human IL-2 ELISA MAX™ kit (BioLegend Inc., USA), res-
pectively, according to the manufacturer’s recommendations. The optical den-
sity was measured in each well at the 450 nm using LABLine-022 microplate
reader (LABLINE Diagnostics, Austria). The activity of GSH was studied using
DTNB/GR enzyme recycling method [12] and the activity of CAT was
determined using the spectrophotometric assay of hydrogen peroxide based on
formation of its stable complex with ammonium molybdate [13].
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Data were analyzed statistically by one-way ANOVA using Origin 6.1
software. Statistical significance — p<0.05. All data were expressed as
mean+SEM.

Results and discussion. Data obtained revealed that CN activity in both
plasma and tissue samples of patients with cervical cancer were changed in a
parallel manner (Fig. 1a).It demonstrated a statistically significant 2.5 fold and
10.7 fold increase in tumor tissue and in plasma, respectively, for the I stage of
disease compared with the control groups. In the II and III stages of disease CN
activity was shown to be decreased 1.45 and 1.7 fold in tumor tissue, and 1.8
and 2.1 fold in plasma, respectively, compared with the I stage of disease. TNF-
a has been shown to be decreased by 1.9 and 1.8 times in plasma and tumor
tissue, respectively, in the I stage of disease compared with the control groups
(Fig. 1b). In plasma it was shown to be increased significantly for the II (2.7
fold) and III (3.3 fold) stages of disease compared with the I stage. In contrary,
in tumor tissue TNF-a demonstrated 2.2 fold and 1.3 fold decrease for the II and
III stages, respectively, compared with the I stage. As one can see from Fig. Ic,
IL-2 activity in plasma of patients with cervical cancer, demonstrated 2.48 fold
increase for the I stage compared with the control group, and 1.4 fold and 1.39
fold decrease for the Il and III stages, respectively, compared with the I stage of
disease. In tumor tissue IL-2 level demonstrated significant increase for the I (2
fold) and II (1.6 fold) stages compared with the control and the I stage,
respectively. In the III stage IL-2 was shown to be decreased significantly (5.2
fold) compared with the I stage.

Results obtained have also shown 1.14 fold (not statistically significant)
and 1.5 fold decrease in both tissue and plasma GSH activity, respectively, for
the I stage compared with the control (Fig. 2a). However, the decrease in GSH
activity was more marked in the tumor tissue in advanced stages of cancer (1.9
fold and 5.9 fold, respectively, for the II and III stages compared with the I
stage). In plasma GSH activity demonstrated 1.6 fold and 4 fold increase in the
II and III stages of cancer compared with the I stage.
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Fig. 1. Calcineurin activity (a), TNF-a (b) and IL-2 (¢) levels in plasma (grey) and
tumor tissue (black) of the primary cervical cancer patients with the I, II and III stages
of disease. Control for calcineurin activity considered as 100% and data expressed as %
of control. * P<0,05 for the I stage compared with control, as well as for the II and III
stages compared with the I stage; ** P<0.01 for the II and III stages compared with the I
stage (b); *** P<0,001 for the III stage compared with the I stage (c).
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Concerning the changes in CAT activity, we have revealed modest, but
statistically significant 1.35 fold decrease in tumor tissue for the I stage of
cancer compared with the control group and 1.5 fold and 2.4 fold increase for
the II and III stages, respectively, compared with the I stage (Fig. 2b). In
contrary, in plasma we have found 1.6 fold increase for the I stage compared
with the control and 1.5 fold and 1.6 fold decrease for the II and III stages,
respectively, compared with the I stage.
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Fig. 2. Glutathione (a) and catalase (b) activity in plasma (grey) and tumor tissue
(black) of the primary cervical cancer patients with the I, IT and III stages of disease.
*p<0,05 for the I stage compared with control, and for the II and III stages compared
with the I stage.

The involvement of the host immune and antioxidant systems in the control
of cervical cancer progression was suspected but remained inconclusive for
many years due to the lack of convincing evidences. Earlier, Padma et al. have
shown downregulation of CN activity in both serum and biopsy samples of the
cervical cancer patients [14]. In contrary, we have found increased CN activity
in both plasma and tumor tissue of the cervical cancer patients. This could be
due to the difference in studied specimens as well as different methods used.
The significant increase in CN activity in the I stage of cervical cancer indicates
on similar increase in the level of proinflammatory cytokines, such as TNF-a
and IL-2, because, CN participates in the synthesis of these cytokines via
activation of NFAT [5]. Indeed, we have found the increase of IL-2 level in the
I stage of cervical cancer. This could be considered as the very first and rapid
response of the host immune system to malignant transformation since the
organism uses the inflammation to fight against the neoplasms. Actually, the
role of IL-2 in the activation of the immune system against tumor cells has been
established [15]. However, there are numerous mechanisms through which the
tumor can escape from the immune system. For example, the presence of
functional IL-2 receptor (IL-2R) expression on cervical cancer cell lines has
been determined, although, normal cervical cells do not express IL-2R [16]. It
was shown that exogenous IL-2 induces the proliferation of these cells. By
blocking IL-2R using specific antibodies, the proliferation of these cancer cells
had been inhibited. Furthermore, these cells not only express IL-2R, but also
produce and secrete IL-2. Intriguingly, the amount of IL-2R expressed by
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cervical cancer cells in vivo was shown to be increased along with the tumor
stage [17]. Indeed, in contrary to the decline of CN activity in the II stage of
disease, we have found the continuous increase of IL-2 level in tumor tissue in
the same stage. Similarly, TNF-a, the main pro-inflammatory cytokine of the
organism, also demonstrates both tumorigenic and antitumor properties. It has
been demonstrated that the HPV E6 and E7 proteins suppress the protective
effect of TNF-a, as E6 induces resistance to TNF-a-mediated apoptosis and E7
inhibits the antiproliferative effect of this cytokine [18]. This suggests that
acquisition of resistance to TNF-a may be an important step in HPV-induced
carcinogenesis. This data are in accordance with our finding that the level of
TNF-a in tumor tissue is decreased depending on the stage of disease compared
with the control. However, there is also evidence that, under certain conditions,
TNF-a can act as a tumor promoter [18]. TNF-a level has been found to be
increased in local tissue samples from cervical cancer and, hence, blocking antibodies
have found therapeutic application. Very interestingly, TNF-a gene polymorphism can
increase or decrease the susceptibility to cervical cancer depending on whether it is
TNF-0-238A allele or TNF-a-308G>A which is altered [19]. Thus, decreased level of
tumor tissue TNF-a and increased one for plasma, as well as levels of IL-2 opposite to
TNF-a in our study are underlying the whole complexity of the interactions established
between the broad spectrum of cytokines produced during the inflammatory response, in
which certain cytokines have effects and functions that are occasionally contradictory,
depending on the context in which they operate. Concerning the divergence in tumor
tissue and plasma levels of IL-2 and TNF-a, this is most probably indicating the
difference in modulation of local and systemic responses to active growth of neoplastic
tissue.To explain the finding that changes in TNF-o levels in plasma and tumor
tissue were not entirely consistent with changes in CN activity, it’s worth to
mention that while NFAT is a major target of CN, the study of Padma et al.
rules out the involvement of this transcriptional factor indicating presence of a
NFAT independent calcineurin pathway atleast in cervical cancer [14].
Moreover, in our study the simultaneous detection of the levels of IL-2 and TNF-
0, as the constituent chains of Ca*’/CaM/CN/NFAT pathway, generally have not shown
changes parallel to CN activity. This indirectly points the existence of posttranslational
modifications and/or CN independent pathways of NFAT regulation in cervical cancer
cells.

Inflammatory processes are closely related to oxidative stress. Pro-
inflammatory cytokines, including TNF-a, contributes the production of ROS
which in turn can activate redox-sensitive transcription factors, inducing an
additional synthesis of inflammatory cytokines. Although oxidative stress is a
primary stimulus for the induction of antioxidative enzymes, however, their
induction in cancer cells and systematically most commonly undergoes different
modulation [3]. In this regard, gradually increasing CAT activity in cervical
cancer tissue samples, could be the reflection of cancer cells adaptation to
exacerbating oxidative stress, meanwhile decrease in plasma for the II and III
stages of disease (compared to the I stage) is most probably indicating the
growing imbalance between CAT reserves and H,O, level. It is known that
GSH is responsible for recycling of redox-sensitive proteins. However, high
intracellular GSH levels are important contributors to pathologies such as,

328



cellular transformation and resistance to radiation and antineoplastic
treatmentsin cancer cells [20]. Current study has shown reduction in both tumor
tissue and plasma GSH activity for the I stage of disease compared to healthy
counterparts. These data are in full compliance with other study showing a
significant reduction in the GSH and GSH-peroxidase content compared to
normal controls [21]. Similar to our data for the tumor tissue, Ahmed et al. also
have demonstrated that the decrease for GSH level was more relevant for the
advanced stages (III, IV) than for early stages (I, II) [22]. However, at early
stages, GSH activity showed no substantial changes compared to control
(healthy women). Changes in GSH activity can be affected by metabolic
enzymes that use tripeptide as a substrate [23]. GSH is known to protect
disulfide bonds of CN from ROS attacks via reduction of oxidized ones and,
thus, protect CN from inactivation [24]. There is need for additional studies to
explain the finding that changes in CN and GSH activities in cervical cancer
were not parallel.

Thus, although this study has generated a lot of questions that need to be
solved with the help of additional and detailed researches, however, data ob-
tained reveal the light on the stage dependent changes in activity of calcineurin,
IL-2, TNF-0, GSH and CAT in the pathophysiology of cervical cancer. Further
studies aiming at understanding how immune and antioxidative defense systems
are regulated in tumor context would most probably determine how they could
be involved in effective anticancer therapy for cervical cancer as well.
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The changes in activity of mutually related immune and antioxidant factors:
calcineurin, IL-2, TNF-q, glutathione and catalase have been investigated in plasma and
tumor tissue samples of untreated patients with primary cervical cancer with the I, II
and III stages. Results obtained demonstrated that activities of pro-inflammatory
cytokines, antioxidants, as well as immunomodulating enzyme calcineurin in patho-
physiology of cervical cancer changes in a stage-dependent manner. This study expands
the knowledge about the complicity of the stage dependent interplay between host
immunity, inflammation, antioxidants and cervical cancer.
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Q. U. Zmjhwithyywi, $. M. Uwpnijowiyul, 2. 2. Quipupyu,
L. 2. Puplunipupyut

Unquiinh 4qhljh pungytnh qupqugdwi hwwopuhnuitnnught i
puntiwpwimjui wnwbdtwhwnljnpnitikpp

Mumdbwuhpyl) E hnpujuyulgus huntbughtt b hwljwopuhnwtinnuyhtt gnpénii-
utph' Yuyghubyphtp, IL-2-h, TNF-o-h, ginunwphnth b junuugqh wijnhynipjub thn-
thnfunipiniut wpwetwyhtt wpqunh 4qhlh pungytinh I, II b III thnybipnud quning,
pnudnd sunwugus hhjwunubph wjuquuwh b nipnigpuyghtt idniptkipnud: Upmyniipbpp
gnyg tu k), np wpquinh yqhyh pungltinh dwlwbwy twpwpnppnpuyghtt ghwnnljhu-
ubkph, hwjwopuhnuuwnubph, htyytu twb hdnmtbwupquynphs uyghlypht $Epdtunp
wlnhynipiniup thnthnpynwd £ hhjuinnipjut thnyhg juppdus: Uju wyjuukpt pug-
Jluyunid ki ghnbjhpubpt punithnbnh, poppnpdwi, hwwopupnuunibtph b wpgquunh
Uqhyh punglitnh uhol thniihg Yuihnjud pupn thnpugnpdurlgntpyuts durupl:

I'. A. OrannucsHy, ®@. I1. Capyxansiy, J. A. 3akapss, H. A. bapxyaapsn

AHTHOKCUAAHTHbIE 1 HUMMYHOJIOTHYECKHE XaPAKTEPUCTUKHI
NMPOrpecCHPOBAHMSA PaKa IMIEHKH MATKH

HccnenoBanbl ”3BMEHEHUS aKTUBHOCTH B3aUMOCBSI3aHHBIX UMMYHHBIX U aHTHOKCH-
JaHTHBIX (akTopoB: KajpuuHelpuHa, IL-2, TNF-a, rnyTatnona u xaranasbl, B o0pas-
Lax MJ1a3Mbl U OMYyXOJEBOW TKAHU HEJIEUEHHBIX MALMEHTOB C MEPBUYHBIM PAKOM LIEHKH
Matku B I, II m IIl cragmii 3aGoneBanus. Iloka3aHo, 4TO aKTHBHOCTH IPOBOCHAIH-
TENBHBIX IIUTOKUHOB, aHTHOKCHIAHTOB, a TaK:Ke MMMYHOMOJIYJIHpYyromero (GepmeHTa
KaJbIIMHEHPUHA TIPY pake MIeHKH MaTKH U3MEHSETCS B 3aBHCHMOCTH OT CTaJdU. OTH
JTAaHHBIE PACIIUPSIOT 3HAHUS O CIIOKHOCTH CTAIHSI-3aBUCUMBIX B3aMMOJICHCTBHIIA MEXITY
HMMYHHTETOM XO3SIMHA, BOCTIAJICHHEM, aHTHOKCHIAHTAMH U PaKOM IICHKH MaTKH.
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