Medical Immunology (Russia)/
Meditsinskaya Immunologiya
2020, Vol. 22, No 2, pp. 347-356
© 2020, SPb RAACI

Meduyunckas ummynonroeus
2020, T. 22, No 2,

cmp. 347-356

© 2020, CII6 PO PAAKH

3ABUCUMOCTb DEHOTUINA U XEMUJTIOMUHECLIEHTHOM
AKTUBHOCTWU MOHOLUIUTOB OT KOJIMHECTBA

T-PENYNATOPHbIX KJIETOK Y BOJ1IbHbIX PAKOM NMNOYKUA
CaBuenrxo A.A.l, Bopucos AT}, Kyapasues JI.B.2 3, Momes A.B.!

Opucunaavnvie cmamou
Original articles

T@IBHY «@edepanvhblii uccaedosamenvckuil yenmp ,, Kpacrnospcxuii nayunoiii yenmp Cubupcko2o omoenenus
Poccuiickoit akademuu nayk “», 06ocobaennoe noopasdenenue « Hayuno-uccaedosamenvckuit uncmumym
meduyunckux npoonem Cegepa», e. Kpacrosipck, Poccus

2@IBHY «MHcmumym sxcnepumenmanvhoii meduyunvty, Cankm-Ilemepoype, Poccus

S @I'BOY BO «lIlepsviii Cankm-Ilemepbypeckuii 20cydapcmeenbiii MeOUyUHCKUL VHUGEPCUMEm UMEHU aKaA0eMUKd
U.II. Ilaenosa» Munucmepcmea 30pasooxpanenusn P®, Cankm-Ilemep6ype, Poccus

Pesiome. llenbio gaHHOTO MCCAEAOBAHUS SIBUJIOCH M3yYeHME 3aBUCUMOCTU (DEHOTUNA U aKTUBHOCTU
peCTIMpaTOPHOTO B3pbhiBa MOHOLIUTOB OT KOoJM4yecTBa T-peryasaTopHbIX KiaeTokK (Tregs) y OOJbHBIX C paKoOM
nouku (PIT). Bompabie ¢ PIT (T3NOMO, cBeT/IOKICTOUYHBIN TUIT) OBUIM OOCJIETOBAHBI 10 XUPYPIrAIECKOTO
snedeHust. ®eHoTturr Tregs 1 MOHOIIUTOB KPOBU M3y4JaJll METOJIOM IIPOTOYHOU LIMTOMETpuH. MceiremoBanme
COCTOSITHUSI PECITMPAaTOPHOTO B3PhIBa MOHOLIMUTOB ITPOBOIMIOCH MyTEM OIMpPEACICHNsI aKTUBHOCTH JTIOLIMTE-
HUH- U JIIOMUHOJI-3aBUCUMOI CITIOHTAHHOI U 3MMO3aH-UHAYIIUPOBAHHON XeMWIIOMUHECIICHIIUN. YCTaHOB-
JICHO, YTO KOJIMYECTBO Tregs B KpoBU 00JbHBIX ¢ PIT OBI10 yBeIMYeHO OTHOCUTEIBHO KOHTPOJIBHBIX 3HAUC-
Huit (y mauueHTtoB ¢ PI1 — Me = 6,3%). Bce o6cnenoBaHHbIe MAIMEHTHI ObUTH pa3neieHbl Ha B TPYIIITHI
B COOTBETCTBUH ¢ MeanaHoi 1o Tregs (MeHee 1 boJtee 6,3%). Hanboliee BrIpakeHHbIE U3MEHEHMSI B (DEHO-
TUTIE MOHOLIMTOB U MX XEMUJIIOMUHECLICHTHOI aKTUBHOCTH OBLIM OOHapy>KeHbI Y 001bHBIX ¢ PIT ¢ ypoBHEM
Tregs menee 6,3%. ToabKo 3Ta rpyIina naluMeHTOB UMeJia [Iepepacipeae/ieHUue B CyOnomnyJ IsiLiMOHHOM COCTa-
BE MOHOILIMTOB: YMEHBIIICHNE OTHOCUTEJIFHOTO KOJIMYECTBA KJIACCUUECKNX MOHOIIMTOB 1 YBEJIMYEHNE OTHO-
CUTEJILHOI'O COJAePKaHUSI HeKJaccuuecKuX (MpOBOCIAIUTEIbHbIX) MOHOLIMTOB. YBeJlnuyeHue adbCoMIOTHOTO
KOJIMYECTBA OOIIMX MOHOLIMTOB M yMeHbIIeHMe poLeHTHoro coaepxkanusg HLA-DR* u HLA-DR*CD64*
MOHOILIMTOB OBbLIIO OOHapy>keHo y 60JbHbIX PIT He3aBucumo oT KonnuyecTna Tregs B KpoBu. MI3MeHeHUs B (e-
HOTHIIE MOHOIIUTOB y 00JbHBIX PIT compoBoknanmch M3MEHEHUEM COCTOSTHUST MX PECITMPATOPHOTO B3phIBa.
CrnoHTaHHBIN CUHTE3 CyNIepOKCUI-panrKaia (mepBuyHas akTuBHast hopm kuciaopona — ADK) moHourammu
y 6osbHBIX PIT ¢ HU3KMM ypoBHeM Tregs B KpOBU XapaKTepr30Bajics 00jiee KOPOTKUM BpeMeHeM aKTUBALU
HAJ®PH-oxkcuaassl u 60jiee BHICOKMM YPOBHEM €€ aKTUBHOCTH, Y€M Y MAlIMEHTOB C BLICOKHM COZepPXKaHue
Tregs B kpoBu. MHAEKC aKTUBALIMM TIOLMTCHUH-3aBUCUMOM XeEMUJTIOMUHECLIeHIMH Y 00JibHbIX PIT ObLI cCHU-
KEeH, He 3aBUCEJ OT KoJinuecTBa Tregs B KpOBU U OMpeAesiics, Mo-BUAUMOMY, HEIOCTaTOYHOCTbIO MeTabo-
Jmuecknx pe3epBoB. CrioHTaHHbIM cHTe3 BTOpMYHBIX ADK B MoHOLIMTaX Y 601bHBIX PIT ObLI CHUZKEH U HE
3aBHCeJT OT KondecTBa Tregs B KpoBu. MHayLMpOBaHHbBIN cMHTE3 BTOPUYHBIX ADK M MHOEKC aKTUBaLIMU
WX CMHTE3a B MOHOIIMTAX OBLTN CHIKEHBI TOIBKO y 001bHBIX PI1 ¢ mMOHMKeHHBIM KomaecTBOM Tregs B Kpo-
BU. B 1Ie710M XapaKTepUCTUKN XEMIUTIOMUHECIIEHTHOM peaKIM MOHOLUTOB Yy 0oJibHBIX PIT ompemeinsor
HaJm4ue aucbajiaHca MeXIy CUMHTE30M MepBUYHOro u BroprnaHoro AMK B MoHonmTax KpoBr. MOHOLIUTBI
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y 6osbHBIX PIT ¢ HU3KMM ypoBHeM Tregs B KpOBM XapaKTepU3YIOTCs OOJIbIIIe MTPOBOCTIAIUTEILHON aKTUB-
HOCTBIO OJiarofapst ObICTPOI aKTUBAIIMY M MHTEHCUBHOCTHY CHHTe3a nepBUYHBIX ADK.

Karouesnie cnosa: monoyumet, pecyaamoproie T-aumgoyumet, pak nouku, geHomun, XeMuatOMUHeCUeHMHas aKmueHoOCmy,
DpecnupamopHbiii 3pbule

DEPENDENCE OF PHENOTYPE AND CHEMILUMINESCENT
ACTIVITY OF MONOCYTES ON THE T REGULATORY CELLS
CONTENT IN PATIENTS WITH KIDNEY CANCER

Savchenko A.A.2, Borisov A.G.2, Kudryavtsev L.V.>< Moshev A.V.?
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Abstract. The aim of this work was to reveal the interrelations between the number of T regulatory cells
(Tregs) in patients with kidney cancer (KC) and phenotype of peripheral blood monocytes and their capacities
to produce ROS. Patients with KC (T3NOMO, clear cell type) were examined prior to surgical treatment. Tregs
phenotype and blood monocytes were identified by flow cytometry. ROS production of purified monocytes was
carried out through the determination of lucigenin- and luminol-dependent spontaneous and zymosan-induced
chemiluminescence activity. It has been found that the relative number of Tregs within total lymphocyte subset
in KC patients was increased if compared to control values (in KC patients — Me = 6.3%). Then the patients
were divided into two groups according to the median of Tregs number (less and more than 6.3%). The most
pronounced changes in the phenotype of monocytes and their chemiluminescent activity were found in KC
patients with the Tregs count of less than 6.3%. Our findings suggest that low frequency of Tregs in the periphery
was associated with increased relative numbers of “intermediate” and “non-classical” (“pro-inflammatory”)
monocytes as it was shown on the samples from patients with KC with a low level of Tregs. According to our
data, both groups of KC patients had low levels of HLA-DR expression when comparing to control group.
Furthermore, both groups of patients had decreased rates of HLA-DR and CD64 co-expressing cells. Changes
in the phenotype of monocytes in patients with KC were closely linked with imbalance in ROS production.
Thus, the monocytes spontaneous superoxide radical (primary ROS) synthesis in KC patients with a low Treg
numbers were characterized by redused NADPH-oxidase activation time and increased level of its activity
if compared to patients with a high Treg rates in peripheral blood. Next, the activation index for lucigenin-
dependent chemiluminescence in KC patients was reduced, as well as it was independent of circulating
Tregs rates and was determined apparently by the insufficiency of metabolic reserves. Similarly, spontaneous
secondary ROS production by the monocytes in KC patients was lower then in healthy controls and was also
independent of circulating Tregs rates. Finally, the induced secondary ROS synthesis and activation index for
their synthesis in monocytes were reduced only in patients with KC with a low number of Tregs in the blood.
In general, the characteristics of the chemiluminescent reaction of monocytes in patients with KC determined
the imbalance in peripheral blood monocytes primary and secondary ROS production. Monocytes in patients
with KC with a low number of Tregs in the blood were characterized by more pro-inflammatory activity due to
the rapid activation and intensity of the synthesis of primary ROS.

Keywords: monocytes, T regulatory cells, kidney cancer, phenotype, chemiluminescent activity, respiratory burst

The study was performed as part of the project
“Mechanisms of metabolic reprogramming of the
innate immune cells during tumor growth” was
funded by Krasnoyarsk Regional Fund of Science.

Introduction

Monocytes are innate immunity cells that
play an important part in cancer development

and progression. During cancer, these cells were
involved in systemic inflammatory reactions that
develops with the progression of the tumor in an
organism [8, 27]. The most recent study by Komala
A.S. et al. (2018) have shown that the intensity of
the inflammatory reactions as well as the number of
circulating blood monocytes were increased during
nasopharyngeal carcinoma progression [11]. Thus,
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the inflammatory reaction was defined as one of the
most important pro-tumoral factors. Accordingly,
circulating monocytes and tumor-associated
macrophages could perform functions that contribute
to pro-tumoral activity. For example, monocyte
chemoattractant protein 1 (MCP-1) was defined as
one of the key factors stimulating the breast cancer
development and progression [5]. MCP-1 stimulated
up-regulated macrophages migration to the tumor
microenvironment.

Next, monocytes were the key regulators of
the immune reactions during tumor growth [15,
26]. The most important monocyte-devided
immunoregulatory factors were the cytokines as well
as reactive oxygen species (ROS) and nitrogen forms
that modulated the functional activity of different
immune cells [12, 25]. Furthermore, monocyte
differentiation into tumor-associated macrophages
and dendritic cells — subsets of antigen-presenting
cells that were required for effective adaptive immune
responses — also played an important part in cancer
development and progression [10, 32, 39]. However,
depending on the phenotype both macrophages
and dendritic cells could take part in anti- and pro-
tumorigenic processes.

Currently, monocytes are a heterogencous
population with phenotypical and functional
differences. Thus, human circulating monocytes
consisted at least of two subpopulations that could be
identifiedbase onsurface expression oftwo molecules —
CD14 and CD16. The cells expressing only the high
affinity receptor for bacterial lipopolysaccharide and
lipopolysaccharide-binding proteins (CD14"CD16)
were defined as “classical” monocytes [23, 37]. This
subset exhibited high phagocytosis rate but didn’t
take part in augmenting of inflammation. Next,
monocytes expressing both CD14 and CD16 (the
low-affinity receptor for IgG — FcgRIII) were termed
as “non-classical” or “pro-inflammatory” [13, 19].
It was shown that the increased number of “non-
classical” monocytes was strongly associated with
several infectious and inflammatory diseases [4, 20].
Part of the difficulty in monocyte nomenclature arises
from the fact that “classical” monocytes under the
influence of regulatory factors could differentiate
into “non-classical” ones [2, 21]. The heterogeneity
of monocytes was also confirmed by the presence
of cells with intermediate — CDI14°*CD16" —
phenotype, thus, they were defined as “intermediate”
monocytes [21, 34]. Accordingly, different subsets of
peripheral blood monocytes that penetrate the site
of inflammation could acquire either macrophage or
dendritic cell phenotypes with different functional
activities.

In its turn, cancer cells were also able to edit
immune system response via downregulation of
antitumor activity [6, 22, 36]. This editing is carried

out through the receptor-ligand interactions as well as
the synthesis of soluble factors production by tumor
cells. Consistent with that evidence, not only the
nearest microenvironment was edited but also the
state of the immune system cells at the system level.
Consequently, the phenotype and functional activity
of blood monocytes was also changing with tumor
progression. We have previously underlined that the
number of circulating CD14°"CD16" monocytes
were increased in patients with kidney cancer [29].
Furthermore, we demonstrated the imbalance in
monocytes activation markers expression and the
decrease in reactive oxygen species production within
this leucocytes subset in these patients.

Finally, T regulatory cells (Tregs) are a separate
fraction of CD4*T cells that are able to inhibit anti-
tumor immune response, implied their involvement
in tumor pathogenesis and disease progression. Tregs
constitutively express the a-chain of interleukin-2
receptor (CD25) and inhibit the T lymphocytes
proliferation and cytokines production [24, 33].

The aim of this study was to analyze the dependence
of the phenotype and the activity of the respiratory
burst of monocytes on the number of Tregs in patients
with kidney cancer (KC).

In the current study we report that peripheral
blood monocytes phenotype as well as their ability to
produce ROS was dependent on the number of Tregs
in patients with KC.

Materials and methods

Study participants

Patients (n = 74, age — 40-60 years) with KC
(T3NOMO, clear cell type) were examined prior to
surgical treatment on the basis of the Krasnoyarsk
Regional Oncology Center. The diagnosis of KC of all
patients was verified histologically. Peripheral blood
samples from 63 healthy volunteers with the same age
range were used as a control group. All studies were
performed with the informed consent of the patients
and in accordance with the Helsinki Declaration of
the World Association “Ethical principles of scientific
medical research involving human” as amended in
2013 and “Rules of clinical practice in the Russian
Federation” approved by the Order of the Ministry of
Health of Russia of 19.06.2003 (No. 266).

Flow cytometry

The phenotype of Treg and blood monocytes
were studied by direct immunofluorescence using
monoclonal antibodies (Beckman Coulter, USA)
labeled with FITC (fluorescein isothiocyanate), PE
win RDI1 (phycoerythrin), ECD (phycoerythrin-
Texas Red-X), PC5 (phycoerythrin-cyanin 5) u PC7
(phycoerythrin-cyanin 7) in the following panels:
CD62L-FITC/CD127-PE/CD3-ECD/CD25-PC5/
CD4-PC7 and HLA-DR-FITC/CDI14-PE/CD45-
ECD/CD64-PC5/CD16-PC7. The distribution of
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antibodies in fluorescence channels was carried out in
accordance with the principles of panel formation for
the multicolor cytofluorimetric investigations [14].
Sample preparation was performed according to
the standard procedure [16]. Erythrocyte lysis was
carried out by a washout-free technology using the
reagent VersaLyse (Beckman Coulter, USA). The
analysis of stained cells was performed on a flow
cytometer Navios (Beckman Coulter, USA) of the
Center of collective usage Federal Research Center
“Krasnoyarsk Science Center of the Siberian Branch
of the Russian Academy of Sciences”. Not less than
50 000 lymphocytes or monocytes were analyzed in
each sample.

Chemiluminescent activity

Blood monocytes were obtained by standard
adhesion method from a suspension of mononuclear
cells isolated from blood with heparin in a density
gradient ficoll-urografin (p = 1.077) [7]. The study
of the state of respiratory burst of monocytes was
carried out through the determination of the activity
of lucigenin- and luminol-dependent spontaneous
and zymosan-induced chemiluminescence [31]. The
chemiluminescentactivitywasevaluated for90 minutes
on a 36-channel biochemiluminescence analyzer
BLM-3607 (MedBioTech Ltd, Russia). The following
characteristics of the chemiluminescent reaction were
identified: time to maximum (Tmax), maximum
intensity (Imax) and area under chemiluminescence
curve (S). The enhancement of chemiluminescence
induced by zymosan was evaluated by the ratio of the
induced chemiluminescence area to the spontaneous

area and characterized as an activation index (Sind/
Sspont).

Statistical analysis

Statistical description was performed by counting
the median (Me) and the inter-quarter span in the
form of 25 and 75 percentiles (Q, ,5-Q, 75). Significance
of differences between indicators was assessed by
nonparametric criterion Mann-Whitney U test.
Statistical analysis was performed in an application
package Statistica 6.1 (StatSoft Inc.).

Results

First, we found that the number of Tregs in the
blood of the KC patients was increased relative
to control values (in KC patients — Me = 6.3%,
Qs = 4.3% and Q, ;s = 8.3%, p = 0.043). Based on
the relative number of Tregs within total lymphocytes
subset, all patients were divided into two groups
according to the median of Tregs number (less and
more than 6.3%). Next, our findings demonstrated
that the relative and absolute number of Tregs as well
as activated Tregs in patients with low number of Tregs
were reduced if compared with the control indicators
(Table 1). Accordingly, an increase in the number
of Tregs and activated Tregs in comparison with the
control values was detected in patients with high level
of Tregs. The absolute number of CD4*T lymphocytes
in patients of this group was also increased if compared
with patients with low levels of Tregs.

We further measured the relative numbers of main
monocytes subsets with different patterns of CDI14

TABLE 1. PERCENTAGE AND ABSOLUTE NUMBER OF T REGULATORY CELLS IN PATIENTS WITH KC, Me (Q, 5-Qy75)

Patients with KC
Parameters Control
n =32 Treg < 6.3% Treg > 6.3%
n=15 n=15
0.92 0.75 0.92 (0.68-1.11)
+, + 9
CD3°CD4*, 10° (0.56-1.16) (0.52-0.90) b, = 0.016
. 5.5 4.4 (2.9-5.4) 8.4 (7.0-10.4)
+ + low, high 0O,
CD3*CD4*CD127"°*CD25"s", % (4.1-6.7) b, = 0.002 0., < 0.001
0.151
0.073
. 0.100 (0.119-0.202)
+ + low, high 9 |
CD3*CD4*CD127"°*CD25"s", 1091 (0.070-0.140) (0.05<200.0%911) b, = 0.003
Pi=U. p,<0.001
. 3.8 3.0 (1.8-3.7) 5.8 (4.5-7.4)
+ + low high + 0,
CD3*CD4*CD127"°*CD25M"s"CD62L", % (2.9-4.9) b, = 0.001 0., < 0.001
0.045 0.115
. 0.071 ; (0.067-0.147)
+ + low high + 9 -
CD3*CD4*CD127"°*CD25MhCD62L", 101 (0.052-0.099) (0.03<1006%616) b, = 0.021
Pi=U. p, < 0.001

Note. p,, statistically significant differences with the control group; p,, -//- between patients with high and low Treg.
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TABLE 2. FEATURES OF THE BLOOD MONOCYTE PHENOTYPE IN PATIENTS WITH KC IN DEPENDING ON THE NUMBER
OF T REGULATORY CELLS, Me (Qq ;:-Qy 75)

Parameters

Control
n=232

Patients with KC

Treg < 6.3%
n=15

Treg > 6.3%
n=15

Monocytes, 1091

0.35 (0.18-0.51)

0.45 (0.35-0.64)

0.52 (0.32-0.73)

p, =0.003 p, < 0.001

CD14*CD16 62.7 (42.3-72.3) 34.1 (32'7'55'4) 52.4 (21.7-62.3)
p, =0.014

CD14*CD16%, % 34.4 (16.2-52.2) 543 (f6'0'70'4) 40.9 (32.7- 51.6)
p, =0.043

CD14°“CD16", % 5.8 (4.1-11.1) 7.1 (4.7-10.1) 6.0 (2.3-11.2)

HLA-DR*, %

90.8 (84.5-95.8)

83.5 (75.6-88.2)
p, =0.011

74.9 (5.2-85.7)
p, = 0.004

CD64*, %

90.0 (82.9-93.6)

87.7 (78.6-94.5)

91.0 (87.3-94.9)

HLA-DR*CD64*, %

90.3 (81.5-98.9)

70.7 (56.6-81.6)
p, < 0.001

76.5 (63.3-87.8)
p, < 0.001

Note. As for Table 1.

and CD16 expression and showed that the percentage
of CD14*CD16- monocytes was decreased while
CD147CD16" cells were increased in patients with
a low number of Tregs compared to healthy control
(Table 2). In addition, we analyzed the HLA-DR and
CD64 expression within total monocyte subset. It was
found out that in peripheral blood from both groups of
KC patients the levels of HLA-DR-positive and HLA-
DR*CD64" were reduced if compared with control.
Additionally, the time to the maximum of
the spontaneous lucigenin-dependent monocyte
chemiluminescence was reduced in KC patients with
alow number of Tregs in the blood in comparison with
control values (Table 3). The maximum and area under
the curve of this type of monocyte chemiluminescence
in patients with KC in both groups were higher
then in healthy subjects. However, the maximum
of this chemiluminescence type with a high level of
circulating Tregs was elevated less pronounced relative
to control values than with a low number of them.
Both groups of patients with KC exhibited decreased
levels of the activation index of luminol-dependent
chemiluminescence of monocytes if compared with
the control group. Next, the maximum and area
under the curve of spontaneous luminol-dependent
chemiluminescence of monocytes in patients with
KC were lower then in control values regardless the
number of Tregs in circulation. Finally, KC patients
with a low level of circulating Tregs exhibited low
maximum and area under the curve of the zymosan-

induced luminol-dependent chemiluminescence of
monocytes as well as an activation index for luminol.

Discussion

The functional activity of monocytes is determined
by their quantitative composition, phenotype and
complex regulatory effects. Here, we describe for
the first time that in patients with kidney cancer
changes in Tregs frequency in circulation were closely
linked with disturbances in monocytes subsets and
their functional activity. The patients with a low
number of Tregs had a quantitative redistribution
between “classical” and “non-classical” monocytes:
reducing the percentage of “classical” monocytes
and increasing “non-classical”. The subset of
“classical” monocytes consists of large cells with
expressed phagocytic properties and high levels
respiratory burst enzymes. They also characterized
by an increased levels of cell-surface CD36, CD62L,
CD64, CCR2 and low capacity of IL-1 and TNFa
production [7, 23, 37]. “Non-classical” (or “pro-
inflammatory”) monocytes were relatively small cells
with decreased phagocytic activity and low reactive
oxygen species production [13, 19, 21]. This type
of cell expressed high levels of CD11c, HLA-DR,
and CX3CRI1, while the expression of CD62L and
CD64 were low [4, 20, 34]. Thus, monocyte subsets
in KC patients with low Tregs level in circulation
exhibited pro-inflammatory alteration if compared
with the patients showed the high level of Tregs. It
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TABLE 3. CHEMILUMINESCENT ACTIVITY OF THE MONOCYTES IN PATIENTS WITH KC IN DEPENDING ON THE NUMBER
OF T REGULATORY CELLS, Me (Q, ,5-Q,15)

Patients with KC
p Control
arameters h=32 Treg < 6.3% Treg > 6.3%
n=15 n=15
Spontaneous lucigenin-dependent chemiluminescence
1421
2014 2385
Tmax, sec. (850-1892)
(1452-2604) b, = 0.045 (943-2465)
2.16
8.49
0.67 (0.94-4.38)
3 -
Imax, r.u. x 10 (0.40-1.51) (3'Of 3%‘311) p, = 0.045
Pi=U. p, = 0.019
283 27.69 7.73
S, r.u. x sec. x 10° (1 77‘_7 02) (5.74-59.47) (3.58-12.51)
' ’ p; = 0.009 p, = 0.008
Zymosan-induced lucigenin-dependent chemiluminescence
Tmax. sec 1835 2930 2086
’ ’ (1576-2842) (1755-3357) (255-2109)
Imax. ru. x 10° 2.89 3.77 2.86
U (1.12-8.42) (2.70-4.60) (1.54-3.02)
S ru. x sec. x 10° 15.24 15.50 7.26
S ’ (4.11-24.55) (8.66-18.83) (1.01-11.49)
361 0.93 1.21
Sind/Sspont (1 65-8 03) (0.27-1.90) (0.12-2.65)
' ’ p, =0.012 p, = 0.027
Spontaneous luminol-dependent chemiluminescence
Tmax. sec 1810 1489 1341
’ ’ (660-2575) (1167-2505) (151-1671)
6.29 2.51 3.06
Imax, r.u. x 108 (1 52;15 10) (1.24-9.60) (1.68-4.86)
’ ) p, = 0.039 p, =0.044
24.79 8.88 12.18
S, r.u. x sec. x 10° ® 11_;‘7 57) (3.99-22.87) (5.17-17.45)
' ’ p; =0.028 p, =0.039
Zymosan-induced luminol-dependent chemiluminescence
Tmax. sec 1150 1178 1034
’ ’ (973-1808) (555-2171) (677-1507)
11.60 3.10 9.20
Imax, r.u. x 108 5 85—45 20) (2.56-6.94) (2.11-22.67)
’ ' p, = 0.020 p, =0.042
41.49 8.35 33.62
S, r.u. x sec. x 10° (16 18-.143 49) (3.93-22.18) (15.49-80.07)
’ ' p; =0.011 p, =0.035
289 0.55 1.67
Sind/Sspont (1 72‘_3 80) (0.33-3.45) (1.05-4.16)
) ’ p; =0.017 p, = 0.028

Note. sec., seconds; r.u., relative units; p,, statistically significant differences with the control group; p,, -//- between patients with
high and low Treg.
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is known that Tregs have suppressive activity during
inflammation [9, 38]. Our findings suggest that low
frequency of Tregs in the periphery was associated
with increased relative numbers of “intermediate”
and “non-classical” monocytes as it was shown on
the samples from patients with KC with a low level of
Tregs. These data also indicate the inability of Tregs to
effectively suppress inflammation and inhibit antigen
presentation as well as all other monocytes functions.
However, the revealed imbalance in monocyte subsets
in patients with a low level of Tregs and the absence
of significant differences between healthy control and
KC patients with high rates of Tregs did not lead to any
peculiarities on HLA-DR expression by monocytes.
The HLA-DR belongs to major histocompatibility
class Il complex and takes part in antigen
presentation [17]. It has been shown that monocytes
with low HLA-DR expression could not effectively
respond to stimulating signals, as well as exhibited
low antigen presentation capacity and decreased
proinflammatory  cytokines  production  [40].
According to our data, both groups of KC patients had
low levels of HLA-DR expression when comparing to
control group. Furthermore, both groups of patients
had decreased rates of HLA-DR and CD64 co-
expressing cells. It is known that CD64 consists of a
signal peptide and 3 extracellular immunoglobulin
domains of type C2 forming a glycoprotein which is
a high affinity 1gG receptor [1, 17]. Consequently,
the functional activity of monocytes in patients with
kidney cancer was reduced, yet this imbalance was
not associated with the number of Tregs in peripheral
blood.

Chemiluminescent  activity of  monocytes
characterizes the state of their respiratory burst [3, 30].
We used two chemiluminescent indicators: lucigenin
and luminol. The lucigenin luminescence appears
only after superoxide radical — the primary ROS which
is formed by membrane NADPH-oxidase (Nox) —
generation [18, 30]. Luminol can penetrate through
the cell membrane and reveals its luminescence
properties after interaction with secondary ROS
such as hydroxyl radical, hydrogen peroxide, singlet
oxygen, etc [30, 31]. The chemiluminescent curve is
characterized by three parameters: time to attain the
maximum (Tmax), the maximum intensity (Imax)
and the area under the chemiluminescence curve
(S). “Tmax” characterizes the time required for the
maximum activation of ROS production including
the period from the perception of a functional or
regulatory signal to the maximum activity of enzymes
of ROS synthesis (kinetic characteristic of the
respiratory burst). “Imax” reflects the maximum level
of ROS synthesis. While “S” integrally characterizes
the level of ROS synthesis for 90 minutes of measuring
chemiluminescence [30].

The special feature of lucigenin-dependent
chemiluminescence of monocytes in KC patients
with low Tregs count in the blood was the reduction
of Tmax during spontaneous superoxide radical
synthesis. Upregulation of spontaneous superoxide
radical synthesis by monocytes was observed in both
groups of patients with KC. However, the maximum
intensity of primary ROS synthesis by monocytes
was significantly higher in KC patients with low Treg
numbers vs. KC patients with high level of Tregs.
Next, zymosan-induced superoxide radical synthesis
by monocytes in patients with KC corresponded to
control indicators and didn’t differ within patients
groups. At the same time, the lucigenin-dependent
chemiluminescence activation index was decreased in
patients with KC. The activation index characterizes
the level of metabolic reserves that are necessary for
ROS synthesis during the functional activation of cells
[30]. Accordingly, monocytes metabolic reserve in
patients with kidney cancer was lower then in healthy
controls and was independent of circulating Tregs
rates.

Finally, our findings on luminol-dependent
chemiluminescence of monocytes made it possible
to establish that the spontaneous secondary ROS
production in patients with kidney cancer was
reduced and independent on Treg numbers. Only
kidney cancer patients with the decreased number of
Tregs showed low levels of induced secondary ROS
synthesis as well as a lower value of the activation
index by luminol-dependent chemiluminescence.

In line with these findings, we propose that blood
monocytes in patients with KC had an imbalance
in the synthesis of primary and secondary ROS
that were related with relative numbers of Tregs in
peripheral blood. In summary, monocytes from KC
exhibited an increased level of primary ROS synthesis,
while monocytes secondary ROS production was
decreased. Monocytes from kidney cancer patients
with reduced Treg levels showed pro-inflammatory
shift due accelerated activation and increased level
of superoxide radical synthesis. At the same time,
metabolic reserves for the induced ROS synthesis in
monocytes were minimal in patients with KC with
the low blood Treg counts. It should also be noted
that in the literature there are publications not only
about the effect of Tregs on inflammatory processes
but also about the effect of ROS on the proliferation
of Tregs [28, 35]. Thus, the relationship between ROS
production and Tregs should be analyzed regarding
their mutual regulation.

Conclusion

We describe for the first time that the levels of
monocyte subsets as well as the state of their respiratory
explosion in KC patients was depended on the number
of circulating Tregs. The most pronounced changes in
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monocytes phenotype and their chemiluminescent
activity were found in KC patients with the Tregs
count of less than 6.3%. Only this group of patients
had pronounced imbalance of monocyte subsets:
a decrease in the relative number of “classical”
monocytes and an increase in the relative content of
“non-classical” (or “pro-inflammatory”) monocytes.
At the same time, an increase in the absolute number
of total monocytes and a decrease in the percentages
of HLA-DR" and HLA-DR*CD64* monocytes were
described for patients with KC in regardless of the
Treg rates. It is assumed that the decrease in the effect
of Tregs on monocytes in patients with KC could lead
to a more pronounced participation of monocytes
in inflammatory reactions that are realized during
tumor progression. The imbalance of peripheral blood
monocyte subsets in KC patients with a low number
of Tregs as well as the migration of cells from the
blood leads to a decrease in the number of monocytes
expressing activation receptors. At the same time,
the reduction of HLA-DR* and HLA-DR*CD64*
monocytes in patients with KC with a high Treg levels
may have a regulatory nature and could be associated
with a general inhibitory effect of tumor growth (which
is implemented including through Tregs). Alterations
in monocytes phenotype of in patients with KC were
accompanied by shifts in their abilities to produce
ROS. It has been found that monocyte spontaneous
superoxide radical (primary ROS) synthesis in KC
patients with a low number of Tregs was characterized
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