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Abstract: A panel of cytokines and growth factors, mediating low-grade inflammation and fibrosis,
was assessed in patients with type 2 diabetes (T2D) and different patterns of chronic kidney disease
(CKD). Patients with long-term T2D (N = 130) were classified into four groups: no signs of CKD;
estimated glomerular filtration rate (eGFR) <60 mL/min/1.73 m? without albuminuria; albuminuria
and eGFR >60 mL/min/1.73 m2; albuminuria and eGFR <60 mL/min/1.73 m?. Thirty healthy subjects
were acted as control. Twenty-seven cytokines and growth factors were assessed in serum by multiplex
bead array assay. Serum hs-CRP, urinary nephrin, podocine, and WFDC2 were measured by ELISA.
Patients with T2D showed elevated IL-1Ra, IL-6, IL-17A, G-CSF, IP-10, MIP-1«, and bFGF levels;
concentrations of IL-4, IL-12, IL-15, INF-y, and VEGF were decreased. IL-6, IL-17A, G-CSF, MIP-1«,
and bFGF correlated negatively with eGFR; IL-10 and VEGF demonstrated negative associations
with WFDC2; no relationships with podocyte markers were found. Adjusted IL-17A and MIP-1x
were predictors of non-albuminuric CKD, IL-13 predicted albuminuria with preserved renal function,
meanwhile, IL-6 and hsCRP were predictors of albuminuria with eGFR decline. Therefore, albuminuric
and non-albuminuric CKD in T2D patients are associated with different pro-inflammatory shifts in
the panel of circulating cytokines.

Keywords: type 2 diabetes; chronic kidney disease; glomerular filtration rate; albuminuria;
inflammation; fibrosis; cytokines; growth factors

1. Introduction

Diabetes is the most common cause of end-stage renal disease (ESRD) worldwide [1,2].
Recent studies indicate a change in the natural history of chronic kidney disease (CKD) in diabetes.
Specifically, normoalbuminuric chronic kidney disease (NA-CKD), which is characterized by a decline
in the estimated glomerular filtration rate (eGFR)in the absence of a preceding or accompanying
elevation of albuminuria is becoming predominant variant of renal impairment in patients with type
2 diabetes(T2D) [3,4]. A growing body of evidence indicates that albuminuric and non-albuminuric
CKD patterns are different in their clinical course and pathophysiology [3—6].

Chronic low-grade inflammation and activation of fibrogenic pathways are considered as essential
elements in development and progression of diabetic kidney disease. Diabetic nephropathy is
associated with both systemic and renal inflammation that involves inflammatory cells, cytokines,
and growth factors [7-9]. In experimental and clinical diabetes, accumulation of inflammatory
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cells—mostly macrophages—was observed in the renal interstitium [10-12], andenhanced expression of
pro-inflammatory cytokineswas revealed in the kidneys [13-15]. In patients with diabetic nephropathy,
interstitial inflammation and fibrosis were found to be histological predictors of ESRD [16]. It was
demonstrated that the presence of CKD changes the spectrum of circulating cytokines in patients with
T2D [17,18]. Some of specific circulating inflammatory proteins, such as tumor necrosis factor receptor
superfamily members, were described as associated with ESRD in patients with type 1 and type 2
diabetes in the recent prospective study [19]. However, the features of cytokine profile in diabetic
patients with different CKD patterns have not been studied yet.

The difficulty in assessment of the low-grade inflammation regulation in clinical settings is
determined by the variety of secreted molecules and their interfering effects. It is well known that
cytokines act in multiple ways with feedback loops, composing the cytokine networks [20]. Therefore,
the measurement of individual regulators may not provide a comprehensive view and assessment of
a panel of inflammatory regulatorsis preferable. The multiplex platforms, widely used to measure
multiple biomarkers from a single analysis, may be a reasonable alternative to single-reaction-based
detection methods in such situations [21,22].

Accordingly, the aim of our study was to assess a panel of circulating cytokines and growth factors,
mediating low-grade inflammation and fibrosis, by multiplex bead array assay in patients with T2D
and different patterns of CKD.

2. Materials and Methods

2.1. Design

Caucasian adult male and female patients with known T2D duration for at least 10 years
were included in this cross-sectional comparative descriptive study (Figure 1). Non-diabetic CKD,
ESRD, urinary tract infection, current diabetic ketoacidosis or hyperglycemic hyperosmolar state,
malignant neoplasm, chronic inflammatory or autoimmune diseases in medical history, treatment with
anti-inflammatory drugs or antihyperglycemic agents with known antialbuminuric effect (dipeptidyl
peptidase-4 inhibitors, glucagon-like peptide-1 (GLP-1)receptor agonists and/or sodium-glucose
cotransporter-2 (SGLTI-2) inhibitors) for three months prior to inclusion, were considered as the
principal exclusion criteria.

Patients were selected from institutional database and classified into four groups, depending on
CKD status. Individuals with estimated glomerular filtration rate (¢GFR) >60 mL/min/1.73 m? and
urinary albumin-to-creatinine ratio (UACR) <3.0 mg/mmol were recorded as CKD—- group. Those
with eGFR <60 mL/min X 1.73 m? and UACR <3.0 mg/mmol were assigned to NA-CKD group.
Patients with eGFR >60 mL/min/1.73 m? and UACR > 3.0 mg/mmol were defined as albuminuric
with preserved renal function (A-CKD-) group. Individuals with eGFR <60 mIL/min/1.73 m? and
UACR >3.0 mg/mmol comprised the albuminuric CKD group (A-CKD+ group). Non-diabetic subjects,
matched by sex and age, acted as control; the same exclusion criteria as those for diabetic patients were
applied for these individuals.

All patients underwent detailed clinical examination with assessment of diabetes control and
in-depth screening/monitoring of complications. The panel of circulating cytokines and growth factors
was assessed by multiplex bead array assay. Urinary concentrations of nephrin and podocin, two
biomarkers of podocyte injury [23-25] and whey acidic protein four-disulfide core domain protein 2
(WFDC2), a biomarker of tubulointerstitial fibrosis [26,27], were determined by the enzyme-linked
immunosorbent assay(ELISA).
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Figure 1. The study design. The panel of circulating cytokines and growth factors was assessed
in fourgroups of T2D patients and healthy controls. CKD-: group of patients with estimated

glomerular filtration rate (eGFR) >60 mL/min/1.73 m? and urinary albumin-to-creatinine ratio (UACR)

<3.0 mg/mmol; NA-CKD: non-albuminuric chronic kidney disease, group of patients with eGFR
<60 mL/min X 1.73 m? and UACR <3.0 mg/mmol; A-CKD~: group of patients with albuminuria (UACR
>3.0 mg/mmol) and eGFR >60 mL/min/1.73 m?; A-CKD+: albuminuric chronic kidney disease, group
of patients with eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol; eGFR, estimated glomerular
filtration rate; T2D, type 2 diabetes; UACR, urinary albumin-to-creatinine ratio.

2.2. Ethical Principals

The study protocol was approved by institutional Ethical Committee (Protocol 88,

November 22, 2012). All subjects provided their written informed consent prior to inclusion.

2.3. Participants

One-hundred and thirty T2D patients, 48 men and 82 women, 42-88 years of age (median
66 years), were included in the study. The duration of T2D varied from 10 to 45 years (median
14 years). The median hemoglobin A;c (HbA1c) level was 8.7%, or 72 mmol/mol. The detailed clinical
characteristic of patient groups is presented in the Results section. Thirty individuals who had no
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history of diabetes, obesity, or cardiovascular disease, 11 men and 19 women, 42-84 years of age
(median 64 years), acted as controls.

For logistic regression analysis, patients with T2D were divided into discovery and validation
cohorts randomly in a ratio of 2:1 (N = 86 and N = 44, respectively). The clinical characteristics of these
cohorts are presented in Table Al in Appendix A.

2.4. Methods

The levels of HbA;c, total, low-density lipoprotein (LDL)and high-density lipoprotein
(HDL) cholesterol, triglycerides, uric acid, and creatinine were assessed with AU480 Chemical
Analyzer (Beckman Coulter, Brea, CA, USA) and commercially available cartridges. The eGFR
was calculated by the CKD-EPI creatinine formula (2009). Urinary albumin was determined in
three morning urine samples by immunoturbidimetry with MindRay Chemical Analyzer (MAL0304,
Mindray Medical International Limited, Shenzhen, China); the results were adjusted to excreted
creatinine. Concentrations of fibrinogen, soluble fibrin monomer complex (SFMC) and D-dimer
were evaluated with hemostasis analyzer system (Instrumentation Laboratory, Bedford, MA, USA).
Serum high-sensitivity C-reactive protein (hs-CRP) was assessed by EIA (lot no. 2410, Biometrica,
Newport Beach, CA, USA).

The concentrations of interleukin 1 beta (IL-1(3), interleukin-1 receptor antagonist (IL-1Ra),
interleukin 2 (IL-2), interleukin 4 (IL-4), interleukin 5 (IL-5), interleukin 6 (IL-6), interleukin 7 (IL-7),
interleukin 8 (IL-8), interleukin 9 (IL-9), interleukin 10 (IL-10), interleukin 12 active heterodimer
(IL-12 p70), interleukin 13 (IL-13), interleukin 15 (IL-15), interleukin 17A (IL-17A), basic fibroblast
growth factor (bFGF), eotaxin, granulocyte colony-stimulating factor (G-CSF), granulocyte-macrophage
colony-stimulating factor (GM-CSEF), interferon gamma (IFN-y), interferon gamma-induced protein
10 (IP-10), monocyte chemoattractant protein 1 (MCP-1), macrophage inflammatory protein 1 alpha
(MIP-1x), macrophage inflammatory protein 1 beta (MIP-13), platelet-derived growth factor subunit B
(PDGEF-BB), regulated on activation, normal T cell expressed and secreted (RANTES), tumor necrosis
factor alpha (TNF-«), and vascular endothelial growth factor (VEGF) were assessed with the use of
Bio-Plex Pro™ Human Cytokine 27-plex Assay (catalog no. M500KCAFOY, Bio-Rad Laboratories,
Hercules, CA, USA). The assessed molecules were grouped (Appendix B, Table A2) according to
Fundamental classification of cytokines, chemokines, and growth factors [28] and classification of
growth factors [29,30].

Serum samples for assay of cytokines and growth factors were obtained from the fasting blood
and stored at —80 °C until the analysis. Repeated freeze-thaw cycles were avoided. The multiplex
bead array assay was performed according to manufacturer’s instructions. Serum samples were
centrifuged at 10,000x g for 10 min at 4 °C, diluted 1:4 with Bio-Plex Sample Diluent, incubated
with antibody-coupled beads, detection antibody, and streptavidin for 30 min, 30 min, and 10 min,
respectively. After each coating with antigen, the plate was washed with Bio-PlexHandheld Magnetic
Washer (Bio-Rad Laboratories, Hercules, CA, USA), resuspended and vortexes. Fluorescent was
measured on a two-beam laser automated analyzer Bio-Plex® 200 system. Data were acquired with
Bio-PlexManager Software 4.0 (Bio-Rad Laboratories, Hercules, CA, USA). The values below the
detection limit (OOR<) were set to zero.

The morning urine samples for the renal biomarker assay were centrifuged; the supernatants
were separated and stored at —80 °C until analysis. Repeated freeze-thaw cycles were avoided.
Urinary concentrations of nephrin, podocin, and WFDC2 were assessed by ELISA using commercially
available kits (Cloud-Clone Corp., Wuhan, China, catalog No. SEA937Hu, SEA938Hu and SEA241Hu,
respectively); the results were adjusted to urinary creatinine.

2.5. Statistical Analysis

Statistics 12.0 software package (Dell, Round Rock, TX, USA) was used for analysis. The outliers
were excluded with Dixon’s Q test. Quantitative data are presented as medians (lower quartiles; upper
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quartiles); frequencies are presented as percentages (%). The Kolmogorov-Smirnov (KS) test was
applied to test the normality of data distribution. Due to the fact that all of the quantitative parameters
were not distributed normally, non-parametric Mann-Whitney U-test and Kruskal-Wallis H-test were
used for the group comparisons. The differences in discrete parameters were assessed using the x? test.
p-values less than 0.05 were considered as significant. Holm'’s step-down procedure was applied for
multiple comparisons, as recommended previously [31].

Spearman rank correlation analysis was applied to test the association between variables.
Correlations with absolute value of r above 0.3 and p-value below 0.05 were noted.

Multiple logistic regression analysis with backward selection was used to identify predictors
of different patterns of CKD in the discovery cohort. When a model was selected, we took into
account the numbers of parameters included in the model, correlations between included parameters
and characteristics of the model: KS statistics p-value and higher area under the receiver operating
characteristic curve (AUC), sensitivity (Se), and specificity (Sp). We preferred the model with fewer,
not correlated parameters, lower KS statistics p-value and higher AUC, Se, and Sp. Crude and adjusted
odd ratio (OR), 95% confidence interval (95% CI), and p-value were calculated for parameters included
in the models. The characteristics of the models (intercept, KS statistics p-value, Se, Sp), and the
cutoff point of logistic function (Lp) are presented. The results were checked in the validation cohort.
The model was defined significant if AUC and KS statistics p-value in the validation cohort were
comparable with those of discovery cohort and the Hosmer-Lemeshow goodness of fit (HL GOF)
p-value were above 0.05.

3. Results

3.1. Clinical Characteristics of T2D Patients

The clinical characteristics of the patient groups are summarized in Table 1. The groups were
similar by sex, age, proportion of current smokers, body mass index (BMI), waist-to-hip ratio (WHR),
and diabetes duration. The prevalence of obesity, diabetic retinopathy and cardiovascular diseases
did not differ significantly between the groups (all p > 0.05 assuming Holm's step-down procedure).
The A-CKD- group were characterized by lower proportion of the users of statins (p = 0.0002 vs.
NA-CKD group).

The results of the renal tests and other laboratory parameters are presented in Table 2. Urinary
nephrin and podocin excretions were higher in albuminuric patients (A-CKD- and A-CKD+ groups)
when compared to CKD- and NA-CKD individuals (all p < 0.001). The CKD- and NA-CKD groups,
as well as A-CKD- and A-CKD+ ones, did not differ from each other by urinary nephrin and podocin.
The WFDC-2 excretion was markedly higher in men than in women (p < 0.000001). The NA-CKD and
A-CKD+ women demonstrated elevated excretion of WFDC2 compared to CKD— women (all p < 0.01);
these differences were not found in men.

Serum concentrations of hs-CRP were higher in patients with A-CKD+ compared to control
(p = 0.03). This parameter demonstrated positive correlations with BMI (r = 0.34, p < 0.0001), HbA;c
(r = 0.37, p < 0.0001), ESR (r = 0.41, p< 0.0001), and plasma fibrinogen concentrations (r = 0.42,
p < 0.0001).
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Table 1. Clinical characteristics of T2D patients with albuminuricand non-albumiuric CKD patterns

Parameter CKD- NA-CKD A-CKD- A-CKD+
N 33 33 32 32
Sex, M/F, n 12/21 12/21 12/20 12/20
Age, years 64 (58; 69) 65 (58; 67) 63 (57; 67) 65 (58; 69.5)
Smokers, n (%) 3(9.1%) 5(15.1%) 4 (12.5%) 3(9.4%)
BMI, kg/m? 34.4(28.1;36.9) 34.7(30.1;38.9) 33.8(31.2;40.0) 32.9(30.3;36.7)
WHR 0.97 (0.93; 1.1) 1.02 (0.9; 1.1) 1.00 (0.93;1.1)  1.00(0.91; 1.07)
Diabetes duration, years 13 (11; 16) 14 (12; 19) 13.5(11; 17) 13.5 (11; 17.5)
Diabetic complications and associated diseases
Obesity, 11 (%) 21 (63.6%) 24 (72.7%) 25 (78.2%) 26 (81.3%)
Diabetic retinopathy, 1 (%) 17 (51.5%) 17 (51.5%) 20 (62.5%) 21 (65.6%)
Arterial hypertension, 1 (%) 31 (93.9%) 33 (100%) 31 (96.9%) 32 (100%)
Coronary artery disease, 1 (%) 13 (39.4%) 16 (48.5%) 16 (50.0%) 18 (56.2%)
My‘;;fiﬁ‘;‘gfa;c(t}(’)“ mn 4(12.1) 7 (21.2%) 5 (15.6%) 10 (31.3%)
Cereﬂ;’gfecia;e("/e)m mn 1 (3.0%) 6 (18.2%) 3 (9.4%) 2 (6.3%)
Peripheral artery disease, 1 (%) 17 (51.5%) 22 (66.7%) 20 (62.5%) 23 (71.9%)
Treatment
Metformin, n (%) 26 (78.8%) 20 (60.6%) 23 (71.9%) 20 (62.5%)
Sulfonylurea, 1 (%) 8 (24.2%) 15 (45.5%) 12 (37.5%) 9 (28.1%)
Insulin, 1 (%) 21 (63.6%) 22 (66.7%) 21 (65.6%) 26 (81.3%)
RAS blockers, 1 (%) 33 (100%) 27 (81.8%) 26 (81.3%) 27 (84.4%)
Diuretics, 1 (%) 12 (36.4%) 17 (51.5%) 16 (50.0%) 17 (53.1%)
Calcium channel blockers, 1 (%) 8 (24.2%) 16 (48.5%) 10 (31.3%) 14 (43.8%)
Antiplatelet agents, 1 (%) 21 (63.6%) 27 (81.8%) 19 (59.4%) 24 (75.0%)
Statins, 1 (%) 13 (39.4%) 23 (69.7%) 7 (21.9%) ### 17 (53.1%)

Continuous data are presented as medians (lower quartile; upper quartile), frequencies are presented as number of
patient (percentage in a group), ## p <0.001 vs. NA-CKD, Kruskal-Wallis and Mann-Whitney test, Holm's step-down
procedure. CKD—: The group of individuals with estimated glomerular filtration rate (éGFR) >60 mL/min/1.73 m?
and urinary albumin-to-creatinine ratio (UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric chronic kidney
disease, the group of individuals with eGFR< 60 mL/min/1.73 m? and UACR <3.0 mg/mmol; A-CKD-: Group of
patients with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+: Group of individuals with eGFR
<60 mL/min/1.73 m? and UACR >3.0 mg/mmol.
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Table 2. Laboratory parameters in T2D patients with albuminuric and non-albuminuric CKD

7 of 23

Parameter CKD- NA-CKD A-CKD- A-CKD+
N 33 33 32 32
Renal tests
Serum creatinine, pmol/L 76 (68; 87) 111 (102; 124) *** 87 (79;97) 85§ #t 117 (98; 144) ***
eGFR, mL/min/1.73 m?2 84 (73; 94) 51 (45; 55) *** 71 (65; 77) SSS ### 51 (43; 55) ***
UACR, mg/mmol 0.6 (0.3;0.9) 0.6 (0.3;0.9) 13.5 (6.4; 38.4) ** ## 141 (7.2; 82.5) *+* ###
Urinary nephrin excretion, ng/mmol 12.1 (4.7;21.1) 7.8 (4.1;16.3) 22.6 (16.6; 36.2) *+ ### 22 D (17.1; 32.9) **+ ##
Urinary podocin excretion, ng/mmol 133 (86; 222) 105 (65.4; 193.9) 250 (144; 421) #+* ### 268 (134; 411) * ##
Urinary excretion of WFDC2, ng/mmol M 442 (310; 941) *++ 723 (406; 811) *++ N/D 628 (410; 1277) **++
F 5.6 (0; 81) 129 (0; 330) ** N/D 231 (110; 619) **
Other biochemical parameters
% 8.48 (7.5; 9.8) 9.06 (7.9; 10.26) 9.36 (8.25; 11.58) 8.81 (7.64; 10.1)
HbAic mmol/mol 69 (58; 84) 76 (63; 89) 79 (67; 103) 73 (60; 87)
Total cholesterol, mmol/L 4.92 (4.32;5.51) 5.14 (4.11; 6.07) 4.89 (4.06; 5.89) 5.5 (4.19; 6.25)
LDL-cholesterol, mmol/L 3.02 (2.7; 3.59) 3.21 (2.51;3.92) 3.19 (2.6; 3.95) 3.26 (2.54; 4.18)

HDL-cholesterol, mmol/L

1.13 (1; 1.31)

1.22 (1.09; 1.41)

1.07 (0.93; 1.25) #

112 (1; 1.41)

Triglycerides, mmol/L 1.76 (1.15; 2.47) 1.9 (1.5;2.6) 2.2 (1.64; 3.3) 1.93 (1.54; 3.08)
Uric acid, pmol/L 298 (243; 352) 341 (315; 392) 322 (281; 383) 366 (272; 418)
Serum hs-CRP, mg/L 41(2.3;8.2) 6.2 (2.3; 8.4) 44(14;7.3) 6.7 (2.2;13.1)

Hematology and coagulation tests

Hemoglobin, g/L 139 (131; 148) 141 (128; 151) 141 (127; 152) 141 (126; 153)
RBC, x 1012/L 4.79 (4.5;4.9) 4.72 (4.44; 5.06) 4.85 (4.6;5.13) 4.7 (4.26; 4.87)
WBC, x 109/L 6.18 (5.93; 7.65) 7.44 (5.61; 8.34) 7.52 (6.03; 8.85) 7.31 (5.53; 8.15)

Platelets, x 109/L 244 (218; 269) 253 (207; 282) 247 (212; 278) 206 (181; 275)

ESR, mm/h 15 (9; 22) 19 (12; 26.5) 22.5 (15.5; 29) 23.5 (18; 30) **
Fibrinogen, g/L 4.15 (3.3;5.3) 3.9 (3.2; 4.45) 44 (3.7;5.5) 46 (4;5.3)
SFMCs, mg/dL 4(3.5;13.5) 14 (3.5; 21) 10.5 (6; 21.5) 12 (8;19)
D-dimer, ng/mL 255 (215; 309) 251 (231; 385) 268 (231; 297) 277 (238; 327)

Continues data are presented as medians (lower quartile; upper quartile), ** p < 0.01, *** p < 0.001 vs. CKD-, # p <0.05, L p <0.001 vs. NA-CKD, 888 p <0.001 vs. A-CKD+, ***p < 0.001
vs. female patients with T2D; Mann—-Whitney and Kruskal-Wallis test, Holm’s step-down procedure. CKD-: The group of individuals with estimated glomerular filtration rate
(eGFR) >60 mL/min/1.73 m? and urinary albumin-to-creatinine ratio (UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric chronic kidney disease, the group of individuals with eGFR
<60 mL/min/1.73 m? and UACR <3.0 mg/mmol; A-CKD-: Group of patients with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+: Group of individuals with eGFR
<60 mL/min/1.73 m? and UACR >3.0 mg/mmol; hs-CRP, high-sensitively C-reactive protein; WFDC2, whey acidic protein four-disulfide core domain protein 2.
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3.2. IL-2, IL-4,1L-7, IL-9, IL-13, IL-15

Patients with T2D demonstrated decreased serum levels of IL-4 and IL-15 (p < 0.0001 and
p = 0.0008 respectively, Figure 2). The NA-CKD group demonstrated markedly elevated serum
IL-2 levels compared to control (p = 0.003). Meanwhile, the groups with declined renal function
demonstrated decreased levels of IL-4 (p = 0.008 for NA-CKD vs. control, p < 0.0001 for A-CKD+
vs. control and p = 0.003 for A-CKD+ vs. CKD- groups). Other cytokines of this family showed no
differences between diabetic groups.
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Figure 2. Serum concentrations of IL-2, IL-4, IL-7, IL-9, IL-13, and IL-15 (pg/mL). CKD-: patients with
estimated glomerular filtration rate (¢GFR) >60 mL/min/1.73 m? and urinary albumin-to-creatinine ratio
(UACR) <3.0 mg/mmol; NA-CKD: patients with eGFR <60 mL/min/1.73 m?2 and UACR <3.0 mg/mmol;
A-CKD-: patients with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+: patients with
eGFR <60 mL/min/1.73 m? and UACR > 3.0 mg/mmol. ** p < 0.01, *** p < 0.001 vs. non-diabetic control,
# p < 0.01 vs. CKD—; Mann-Whitney and Kruskal-Wallis test, Holm'’s step-down procedure.

3.3. IL-5, GM-CSF, G-CSF, IL-6, and 1L-12

Patients with T2D were characterized by elevated serum levels of G-CSF and IL-6 when compared

to control (p < 0.0001 and p = 0.0002, respectively, Figure 3), whereas concentrations of IL-12 were
decreased (p = 0.0008).
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Figure 3. Serum concentrations of cytokines of IL-5, GM-CSF, G-CSF, IL-6, and IL-12 (pg/mL). CKD-:
The group of individuals with estimated glomerular filtration rate (¢GFR) >60 mI/min/1.73 m? and
urinary albumin-to-creatinine ratio (UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric chronic kidney
disease, the group of individuals with eGFR <60 mL/min/1.73 m? and UACR <3.0 mg/mmol; A-CKD-:
Group of patients with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+: Group of
individuals with eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol. *** p < 0.001 vs. non-diabetic
control, ### p < 0.001 vs. CKD—; ™" p < 0.01 vs. NA-CKD; Mann-Whitney and Kruskal-Wallis test,
Holm's step-down procedure.

The levels of IL-6 were increased in all groups with CKD (p < 0.0001for NA-CKD, A-CKD-
and A-CKD+ group vs. control), the most prominent changes were found in patients with NA-CKD
(p <0.0001 vs. CKD- group). Patients with eGFR <60 mL/min/1.73 m? (NA-CKD and A-CKD+ groups)
demonstrated higher levels of G-CSF (p < 0.0001 and p = 0.0009, respectively). These groups were
shown lower levels of IL-12 (p = 0.0009 and p < 0.0001 for NA-CKD and A-CKD+ groups vs. control,
respectively). Additionally, patients with NA-CKD demonstrated higher levels G-CSF when compared
to CKD- and A-CKD- groups (p < 0.0001 and p = 0.002 respectively).

The concentrations of IL-5 and GM-CSF demonstrated no differences between diabetic patients
and the control group.

3.4. IL-10 and IFN-y

There were no differences in IL-10 concentrations between control and diabetic subjects (Figure 4).
The levels of INF-y were decreased dramatically in patients with diabetes (p = 0.001 vs. control).
No other significant differences were found between diabetic groups by these cytokines.
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Figure 4. Serum concentrations of IL-10 and INF-y (pg/mL). CKD-: The group of individuals with
estimated glomerular filtration rate(eGFR) >60 mL/min/1.73 m? and urinary albumin-to-creatinine
ratio (UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric chronic kidney disease, the group of
individuals with eGFR <60 mL/min/1.73 m? and UACR <3.0 mg/mmol; A-CKD-: Group of patients
with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+: Group of individuals with
eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol. ** p < 0.01 vs. control; Mann-Whitney test and
Kruskal-Wallis test, Holm’s step-down procedure.

3.5. IL-1B, IL-1Ra, TNF-a, and IL-17A

We did not reveal any differences between T2D patients and control individuals in IL-13 and
TNF-« levels (Figure 5). The comparable levels of these cytokines were found in diabetic groups.
The levels of IL-1Ra were elevated in 1.47 times in patients with T2D as compared to control (p = 0.0005).
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Figure 5. Serum concentrations of IL-13 (pg/mL), IL-1RA (ng/mL), TNF-« (pg/mL) and IL-17A (pg/mL).
CKD-: The group of individuals with estimated glomerular filtration rate (6GFR) >60 mL/min/1.73 m?
and urinary albumin-to-creatinine ratio (UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric chronic
kidney disease, the group of individuals with eGFR <60 mL/min/1.73 m? and UACR <3.0 mg/mmol;
A-CKD-: Group of patients with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+: Group
of individuals with eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol. ** p < 0.01, ** p < 0.001 vs.
control, # p < 0.01, ## p < 0.001 vs. CKD—; ** p < 0.01 vs. NA-CKD; Mann-Whitney and Kruskal-Wallis
test, Holm’s step-down procedure.
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The concentrations of IL-17A were elevated dramatically in patients with T2D when compared
to control (p < 0.0001, Figure 5), the differences were significant for all groups with CKD (p < 0.0001,
p =0.003, and p < 0.0001 for NA-CKD, A-CKD- and A-CKD+ vs. control). The elevation of IL-17A
levels was more prominent in groups with declined eGFR (p < 0.0001 for NA-CKD vs. CKD—, p = 0.005
for NA-CKD vs. A-CKD- and p = 0.004 for A-CKD+ vs. CKD-).

3.6. MCP-1, MIP-1a, MIP-18, RANTES, Eotaxin, IP-10, and IL-8

The levels of MIP-1x and IP-10 were elevated in patients with T2D as compared to control
(p < 0.0001 and p = 0.0001, respectively, Figure 6). The levels of MCP-1, MIP-13, RANTES, eotaxin,
and IL-8 did not differ between control and diabetes subjects.
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Figure 6. Serum concentrations of MCP-1 (CCL2), MIP-1x (CCL3), MIP-1$3 (CCL4), RANTES (CCL5)
and eotaxin (CCL11/CCL24/CCL26) (ng/mL for RANTES and IP-10, pg/mL for others). CKD-:
The group of individuals with estimated glomerular filtration rate(eGFR) >60 mL/min/1.73 m? and
urinary albumin-to-creatinine ratio(UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric chronic kidney
disease, the group of individuals with eGFR <60 mI/min/1.73 m? and UACR <3.0 mg/mmol; A-CKD-:
Group of patients with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+: Group of
individuals with eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol. ** p < 0.01, *** p < 0.001 vs.
control, ### p <0.001 vs. CKD—; Mann-Whitney and Kruskal-Wallis test, Holm's step-down procedure.
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The elevation of MIP-1x was statistically significant in all diabetic groups (p = 0.003, p < 0.0001,
p = 0.0002, and p < 0.0001 for CKD-, NA-CKD, A-CKD-, and A-CKD+ vs. control, respectively),
demonstrating statistically significant differences between NA-CKD and CKD- patients (p = 0.0004).
Among diabetes subjects, IP-10 was higher in the patients with eGFR <60 mI/min/1.73 m? (p = 0.0003
for NA-CKD vs. control and p < 0.0001 for A-CKD+ vs. control).

3.7. bFGF, VEGF, and PGDF-BB

Serum bFGF was found to be elevated in patients with T2D compared to control (p < 0.0001,
Figure 7). The deviation was significant for NA-CKD (p < 0.0001), A-CKD- (p = 0.002) and A-CKD+
group (p = 0.003). However, NA-CKD group revealed the most elevated concentrations of bFGF as
compared to patients with preserved renal function (p < 0.0001 vs. CKD- group and p = 0.004 vs.
A-CKD- groups).
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Figure 7. Serum concentrations of growth factors: bFGF(pg/mL), VEGF (pg/mL), and PDGF-BB (ng/mL).
CKD-: The group of individuals with estimated glomerular filtration rate(eGFR) >60 mIL/min/1.73 m?
and urinary albumin-to-creatinine ratio (UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric chronic
kidney disease, the group of individuals with eGFR <60 mL/min/1.73 m? and UACR <3.0 mg/mmol;
A-CKD-: Group of patients with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+:
Group of individuals with eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol. ** p < 0.01, *** p < 0.001
vs. control, ### p <0.001 vs. CKD—, ™" p < 0.01 vs. NA-CKD; Mann-Whitney and Kruskal-Wallis test,
Holm's step-down procedure.

Patients with diabetes had decreased VEGF levels (p < 0.0001), this decrease was significant for all
diabetic groups (p = 0.0001 for CKD—, p < 0.0001 for NA-CKD, p = 0.0002 for A-CKD—, and p < 0.0001
for A-CKD+ group). The concentrations of PDGF-BB demonstrated no significant differences between
diabetic and control groups.

3.8. Correlation Analysis and Logistic Regression Models

Diabetes duration and HbA;c demonstrated no correlations with assessed cytokines and growth
factors. The BMI and hs-CRP correlated positively with IL-1Ra levels (r = 0.41, p < 0.0001 and r = 0.36,
p< 0.0001); meanwhile, WHRdemonstrated negative correlation with IL-4 and IL-15 (both r = —-0.31,
p = 0.02).eGFR correlated negatively with IL-6 and IL-17A (both r = —0.40, p < 0.0001), G-CSF (r = —0.41,
p < 0.0001), MIP-1x (r = —0.34, p < 0.0001), and bFGF levels (r = —0.31, p = 0.0003). The excretion
of WFDC2 demonstrated negative correlations with IL-10 (r = —0.31, p = 0.02) and VEGF (r = —0.30,
p = 0.03). No correlations were found between cytokines, UACR, and podocyte biomarkers.

We found some correlations between assessed cytokines and growth factors. Specifically, MIP-1c
demonstrated positive correlations with IL-1Ra (r = 0.35, p < 0.0001), IL-2 (r = 0.58, p < 0.0001), IL-6
(r=0.52, p <0.0001), bFGF(r = 0.51, p < 0.0001), and G-CSF (r = 0.68, p < 0.0001). The concentrations of
G-CSF correlated positively with serum IL-2 (r = 0.78, p < 0.0001), IL-6 (r = 0.94, p < 0.0001), IL-17A
(r=0.92, p <0.0001), bFGF(r = 0.87, p < 0.0001), and MIP-1«x (r = 0.68, p < 0.0001);a correlation between
G-CSF and IL-4 was negative (r = —0.37, p < 0.0001). The levels of bFGF demonstrated positive
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relationships with IL-2 (r = 0.78, p < 0.0001), IL-6 (r = 0.89, p < 0.0001), IL-17A (r = 0.89, p < 0.0001)
and negative correlations with the levels of IL-4 (r = —0.35, p < 0.0001). Serum IL-17A correlated
positivelywith IL-2 (r = 0.72, p < 0.0001)and IL-6 (r = 0.97, p < 0.0001); a negative correlation was
found with IL-4 (r = —0.50, p < 0.0001). We also found positive correlations between IL-4 and IL-12
(r=0.58, p <0.0001), IL-2 and IL-6 (r = 0.73, p < 0.0001) and a negative correlation between IL-4 and
IL-6 (r = —0.45, p < 0.0001).

The concentrations of IL-17A and MIP-1«, adjusted to the age and hs-CRP, were predictors for
decreased eGFR in a logistic regression model (Table 3). The increase in the concentrations of IL-17A
and MIP-1x by 1 pg/mL and hs-CRP by 1 mg/L elevated the riskof eGFR <60 mL/min/1.73 m? by
3%, 15%, and 20%, respectively. The level of hs-CRP was significant predictor of declined eGFR after
adjustment on other parameters.

Table 3. Predictors for declined eGFR and elevated UACR in T2D patients

Adjusted OR (95% CI),

Parameter Crude OR (95% CI), p-Value p-Value
eGFR <60 mL/min x 1.73 m* 1
IL-17A, pg/mL 1.04(1.01-1.09), p = 0.004 1.03(1.01-1.09), p = 0.01
MIP-1«x, pg/mL 1.30(1.06-1.49), p = 0.02 1.15(1.02-1.50), p = 0.03
Serum hs-CRP, mg/L 1.01(0.96-1.05), p = 0.10 1.20(1.02-1.30), p = 0.02
Age, years 1.06 (0.98-1.15), p = 0.16 1.04(0.99-1.14), p = 0.08
UACR 3.0 mg/mmol >

Eotaxin, 10 pg/mL 0.98(0.94-1.00), p = 0.09 0.95(0.90-1.00), p = 0.03
IL-15, 10 pg/mL 1.03(0.98-1.06), p = 0.20 1.04(0.98-1.07), p = 0.09

The multiple logistic regression models of declined eGFR (1) and elevaled UACR (2); 1 The characteristics of the

model 1: Intercept = —5.56, KS p-value < 0.0001, AUC = 0.78, Se = 0.72, Sp = 0.73, Lp = 0.48, HL GOF p-value = 0.57;

2 The characteristics of the model 2: Intercept = 0.516, KS p-value = 0.02, AUC = 0.68, Se = 0.64, Sp = 0.62 for

Lp = 0.50, HL GOF p-value = 0.12.CKD-: The group of individuals with estimated glomerular filtration rate (eGFR)

>60 mL/min/1.73 m? and urinary albumin-to-creatinine ratio (UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric

chronic kidney disease, the group of individuals with eGFR <60 mL/min/1.73 m? and UACR <3.0 mg/mmol;

A-CKD-: Group of patients with eGFR >60 mI/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+: Group of

individuals with eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol.

The levels of eotaxin and IL-15 were included in the logistic regression model for elevated
albuminuria (Table 3). The elevation of eotaxin concentration by 10 pg/mL decreased the OR of UACR
>3.0 mg/mmol by 5%. This parameter was significant when adjusted to the concentrations of IL-15.

The elevation of IL-17A and MIP-1x concentrations increased the risk of NA-CKD by 6% and 45%
per 1 pg/mL, respectively (Table 4).

Both IL-13 and HbA ¢ demonstrated borderline statistical significance as predictors of the pattern
of albuminuria with preserved renal function. After adjustment to HbA;c, the level of IL-13 predicted
the risk of this pattern significantly. The concentrations of IL-6 and hs-CRP, adjusted to the age, were the
risk factors of albuminuria with declined renal function (Table 4). The increase in levels of IL-6 and

hs-CRP by 1 pg/mL and 1 mg/L, respectively, elevated A-CKD+ risk by 37% and 18% (Table 4).
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Table 4. Predictors of different CKD patterns in T2D patients

Parameter Crude OR (95% CI), p-Value Adjusted OR (95% CI), p-Value

NA-CKD!

IL-17A, pg/mL 1.08 (1.04-1.18), p = 0.001 1.06 (1.02-1.12), p = 0.004

MIP-1q, pg/mL 1.70 (1.20-2.30), p = 0.008 1.45 (1.02-2.06), p = 0.03
A-CKD-2

IL-13, pg/mL 1.20 (0.96-1.50), p = 0.09 1.24 (1.01-1.54), p = 0.04

HbAc, % 1.15 (0.94-1.52), p = 0.12 1.30 (0.98-1.62), p = 0.06
A-CKD+3

IL-6, pg/mL 1.27 (1.02-1.64), p = 0.02 1.37 (1.08-1.69), p = 0.009

Seruﬁé‘/i'CRR 1.06 (0.92-1.32), p = 0.21 1.18 (1.01-1.36), p = 0.04

Age, years 1.03 (0.90; 1.12), p = 0.26 1.09 (0.98-1.20), p = 0.10

The multiple logistic regression models of CKD in patients with T2D. ! The characteristics of the model for NA-CKD:
Intercept = —2.84, KS p-value = 0.0004, AUC = 0.84, Se = 0.76, Sp = 0.74, Lp = 0.48, HL GOF p-value = 0.36;
2 The characteristics of the model for A-CKD-: Intercept = —3.12, KS p-value = 0.04, AUC = 0.72, Se = 0.68,
Sp = 0.64, Lp = 0.46, HL GOF p-value = 0.12; 3 The characteristics of the model for A-CKD+: Intercept = —4.70, KS
p-value = 0.003, AUC = 0.82, Se = 0.76, Sp = 0.80, Lp = 0.51, HL GOF p-value = 0.88. CKD-: The group of individuals
with estimated glomerular filtration rate (eGFR) >60 mL/min/1.73 m? and urinary albumin-to-creatinine ratio
(UACR) <3.0 mg/mmol; NA-CKD: Non-albuminuric chronic kidney disease, the group of individuals with eGFR
<60 mL/min/1.73 m? and UACR <3.0 mg/mmol; A-CKD-: Group of patients with eGFR >60 mL/min/1.73 m? and
UACR >3.0 mg/mmol; A-CKD+: Group of individuals with eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol.

4. Discussion

In this study, we describe the shifts in the serum panel of 27 cytokines and growth factors in patients
with long-term T2D with different patterns of CKD. Depending on CKD status, included patients
were classified into four groups: (1) no signs of CKD; (2) NA-CKD: eGFR <60 mI/min/1.73 m? and
normalalbuminuria; (3) eGFR >60 mIL/min/1.73 m? and elevated albuminuria (UACR >3.0 mg/mmol);
(4) A-CKD: eGFR <60 mL/min/1.73 m? and elevated albuminuria. For research purposes, we applied
multiplex bead array assay, which allows one to simultaneously determine the concentrations of many
molecules in one biological sample.

In our study, patients with T2D showed elevated levels of IL-1Ra, IL-6, IL-17A, G-CSF, IP-10,
MIP-1«, and bFGF when compared to control; meanwhile, the concentrations of IL-4, IL-12, IL-15, INF-y,
and VEGF were decreased. We have found that either albuminuric or non-albuminuric patterns of CKD
are associated with pro-inflammatory shifts in the panel of circulating cytokines and growth factors;
the most prominent deviations were revealed in patients with reduced renal function. Among the
studied molecules, IL-6, IL-17A, G-CSF, MIP-1«, and bFGF demonstrated negative correlations with
eGFR; IL-17A and MIP-1«, alongside with the age and hsCRP, were associated with reduced eGFR in a
multiple regression model.

Obviously, both increased production and decreased clearance may be the reasons for the increased
levels of circulating cytokines in patients with CKD. Taking into account that the lowest limit of eGFR
was defined as 30 mL/min x 1.73 m?, we do not consider the reduced clearance asa principal reason
for cytokine elevation in our patients. Moreover, the cytokines, which were elevated in patients with
reduced eGFR selectively (IL-1Ra, G-CSF, and IP-10), do not match the cytokines and growth factors
included to EUTOX uremic toxin database (IL-1p, IL-6, IL-10, TNF-«, and VEGF) [32] or the cytokines,
which can be considered as potential uremic toxins (IL-2, IL-4, IL-5, IL-12, MCP-1, and RANTES) [33].
Therefore, we believe the observed shifts in cytokine concentrations are more likely to reflect the
changes in their production.

IL-6 is considered as a prototypical proinflammatory cytokine playing an important role in diabetic
nephropathy [34,35]. This cytokine can be secreted by podocytes, endothelial cells, mesangial cells,
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and tubular epithelial cells in the kidney. Meanwhile, podocyte is the only renal cell expressing IL-6R [36].
IL-6 induces signal transducers and activators of transcription (STAT), mitogen-activated protein kinase
(MAPK) and phosphoinositide 3-kinase (PI3K) [37], italso potentiates effects of angiotensin II on the
kidneys [34]. In the experiment with IL-6 knockout mice, IL-6 was the key regulator for exacerbation
of albuminuria and renal fibrosis [38]. Treatment with tocilizumab, an IL-6 receptor antibody, reduced
proteinuria, and mesangial matrix accumulation in db/db mice, an experimental model of T2D [39].
In patients with T2D, urinary IL-6 is associated with glomerular and tubular damage indicators [40].

In this study, we revealed a dramatic increase in the concentrations of IL-17A in patients with T2D
and CKD, especially in those with declined renal function. A variety of cell types, including T cells,
natural killers, neutrophils, macrophages, dendritic cells, lymphoid tissue inducer cells, mast cells
and plasma cells, can produce IL-17A. The cytokine induces the expression of chemokines (including
MCP-1), other proinflammatory cytokines (IL-6, TNF-c, and IL-13), pro-fibrotic factors (TGF-f and
fibronectin) and matrix metalloproteases [41,42]. Due to its pleiotropic character, IL-17A is involved in
the development of atherosclerosis, hypertension, fibrosis, diabetic nephropathy, ischemia-reperfusion
injury, glomerulonephritis, nephrotic syndrome, minimal change disease, and acute renal allograft
rejection. Accordingly, inhibition of IL-17A is considered a promising target to prevent ESRD [41].
In peripheral blood of diabetic subjects with CKD, the transcript level of IL-17Ra was significantly
elevated at all disease stages [43]. A significantly higher frequency of IL17A SNP rs4819554 AA
homozygotes were reported among elderly individuals with eGFR <60 mIL/min/1.73 m?, the effect
was independent of the presence of T2D. Allele 754819554 A had been associated to the risk of ESRD,
and was also linked to the increased expression of the IL17RA protein and higher levels of Th17 cell
subsets [44]. In kidney biopsy samples of T2D patients with diabetic nephropathy CD4* IL-17* T cells
were found, and IL-17A was the key cytokine produced by these cells. The levels of IL-17A were
elevated in the renal tissue and were correlated with declining eGFR. IL-17 and CD40 ligand (CD40L)
synergistically enhanced IL-6, MCP-1, RANTES, TGF-$1, and NF-«B production in vitro [45]. It was
found that IL-17A increases sodium-hydrogen antiporter 3 expression and sodium-chloride symporter
activity in cultured proximal and distal convoluted tubule cell lines, respectively; these effects enhance
sodium renal absorption and potentiate effects of the renin-angiotensin-aldosteron system on the
kidney [34,46]. Contrary, it was reported that IL-17A levels in plasma and urine were reduced in
patients with advanced diabetic nephropathy; administration of low-dose IL-17A prevented diabetic
nephropathy in models of type 1 and type 2 diabetes [38]. The role of IL-17A in the pathogenesis of
diabetic nephropathy requires further research.

The kidneys are considered as a locus of G-CSF production. Renal ischemia-reperfusion induces
G-CSF gene expression in thick ascending limb cells and increased serum concentration of G-CSF [47].
The treatment with G-CSF increased a renal infiltration of myeloid-derived suppressor cells [48].
Nevertheless, G-CSF showed renal protective activity in a model of kidney ischemia-reperfusion [48]
and diabetic nephropathy [49,50]. The data is inconsistent with our results, indicating an increase in
the level of G-CFS in patients with reduced renal function, especially those with NA-CKD.

Some data sets indicate a role of MIP-1x in CKD. It has been demonstrated that MIP-1c
recruits macrophages, lymphocytes (preferentially CD8+ T cells), and eosinophils via CCR1 or
CCR5[51,52]. The elevated renal production of MIP-1x was described in a model of adriamycin-induced
tubulointerstitial fibrosis [53]. In renal biopsy specimens from patients with glomerulonephritis,
glomerular CCR5-positive cells were closely correlated with extracapillary lesions and interstitial
fibrosis [51]. In a model of tubulointerstitial nephritis, CCL3 and CCR5 knockout animals demonstrated
better renal histology, less inflammatory infiltration, lower levels of serum creatinine, and reduced
expression of KIM-1, TNF-«, and collagen in the renal tissue [54]. Knockout of CCR5 inhibited
epithelial-to-mesenchymal transition [54].

In our study, bFGF (FGF-2) was increased in diabetic patients with all patterns of CKD, but not
in those with normal eGFR and UACR. bFGF is considered as a key profibrotic mediator with
proliferative effects on renal cells, such as interstitial fibroblasts. It was found that bFGF facilitates
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epithelial-to-mesenchymal transition of tubular epithelial cells [55]. Mice with fibroblast-specific
disruption of the FGFR2 gene demonstrated decreased total collagen deposition, fibronectin, and alpha
smooth muscle actin expression in an ischemia-reperfusion model [56,57]. On the other hand, treatment
with bFGF alleviated oxidative stress and apoptosis in the kidney in db/db mice [58]. In a model of
streptozotocin-induced diabetes in Sprague-Dawley rats, bFGF delayed the progression of diabetic
nephropathy, possibly by inhibiting NF-kB and silencing of TGF-31, MCP-1, IL-6, and IL-13 [59].
Perhaps this cytokine plays a dual role in the development of diabetic nephropathy.

The observed changes in the levels of IL-10 and VEGF are of interest also. These cytokines
demonstrated negative correlations with urinary excretion of WFDC2, a marker of tubulointerstitial
fibrosis. It was recognized that IL-10 functions as an immunosuppressive cytokine and downregulates
chronic inflammatory responses [60]. In the kidney, IL-10regulatesa conversion fromclassically activated
macrophages (M1) to alternatively activated ones (M2) [61]. In a model of unilateral ureteral obstruction,
IL-10 knockout mice demonstrated enhanced renal fibrosis, inflammation, and severe tubular injury [62].
Treatment with IL-10 reduced macrophage infiltration, inhibited apoptosis, and decreased the fibrotic
area in renal tissues in a model of obstructive nephropathy [63,64]. In patients with T2D urinary IL-10
was associated negatively with indicators of glomerular and tubular injuries [40].

The role of VEGF in CKD pathogenesis remains controversial. At early stages of the disease
VEGEF has been shown to promote diabetic nephropathy [65,66]. It was supposed that VEGF-induced
neoangiogenesis may contribute to the initial hyperfiltration and microalbuminuria due to increased
filtration area and immaturity of the neovessels respectively [67]. Besides, VEGF increases glomerular
extracellular matrix deposition, disrupts the endothelial cell glycocalyx, and increases vascular
permeability in rodent models of diabetes [65]. In diabetic rats, administration of anti-VEGF-A
antibody attenuated albuminuria [68]. Meantime, a fall in VEGEF-A promotes endothelial cell apoptosis
in diabetic nephropathy and is associated with progression of CKD [65]. The loss of VEGEF is related
to glomerulosclerosis and tubulointerstitial fibrosis [69]. In diabetes, the reduction of podocyte
numberdecreases VEGF production resulting in capillary rarefaction and deterioration of renal
function [67]. In our study, we observed severe reduction of VEGF levels in T2D subjects; VEGF was a
predictor of reduced eGFR.

Little is known about the role of eotaxin in diabetic kidney disease. Although patients with T2D
demonstrated no significant difference in serum levels of this chemokine, the low levels of eotaxin-1
were revealed in patients with albuminuria in the logistic regression model. Eotaxin-1 is an eosinophil
chemoattractant, which attracts circulating eosinophils into their niche [70,71]. A prospective cohort
study among US veterans demonstrated elevated peripheral blood eosinophil count in CKD cohort
compared to cohort without CKD. Among patients with T2D, eosinophilia was associated with albumin
excretion [72]. Eotaxin levels were elevated in the kidneys in Long-Evans rats on a high-fat diet.
These changes corresponded to increased expression of MCP-1 and the signs of glomerular and
tubulointerstitial fibrosis [73]. Plasma levels of eotaxin were elevated in patients with CKD [74].
Patients with biopsy-proven diabetic nephropathy have demonstrated enhanced glomerular and
tubulointerstitial production of eotaxin. These changes were more evident in those with advanced
tubulointerstitial inflammation. A renal expression of eotaxin demonstrated a tendency for negative
correlation with eGFR; meanwhile, there were no relationships with the levels of proteinuria [14].
These results are consistent with our findings the higher eotaxin concentrations in patients without
albuminuria in the logistic regression model.

The obtained results give further support to the notion that both diabetes and CKD are associated
with proinflammatory changes in the cytokine balance. A variety of factors contribute to chronic
inflammatory status in diabetes, including hyperglycemia, enhanced glycemic variability, oxidative
stress, obesity and adipose tissue dysfunction, and intestinal dysbiosis [75,76]. Likewise, the causes of
inflammation in CKD are multifactorial and include imbalance between increased proinflammatory
cytokine production (due to multiple sources of inflammatory stimuli such as oxidative stress, acidosis,
volume overload, co-morbidities, especially infections) and inadequate removal (due to decreased
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eGFR) [57]. Therefore, in patients with diabetes and CKD the intensity of chronic inflammation can
even be exacerbated. In our study, decreased renal function in T2D individuals was associated with a
pro-inflammatory shift in the panel of circulating cytokines, regardless of the presence of albuminuria.
Accordingly, we revealed the most prominent deviations in the patients with NA-CKD or A-CKD+.
In agreement with these findings, the level of hs-CRP was significant predictor of declined eGFR.

In this study, we determined the features of the panel of circulating cytokines and growth factors
in T2D patients with different patterns of CKD. We found that all patterns of CKD in patients with T2D
were characterized by elevated levels of IL-6, IL-17A, and bFGF when compared to control. In multiple
regression analysis, we recognized IL-17A and MIP-1« as predictors of NA-CKD. In recent years, this
pattern of CKD is attracting increasing attention [3,5,77]. In T2D subjects, NA-CKD is associated with
older age, female sex, better glycemic control, and increased risk of cardiovascular disease [3-5,77].
Although the morphological features of NA-CKD are currently poorly understood, the available data
suggest that tubulointerstitial changes, interstitial fibrosis, and arteriolosclerosis can be more prominent
than glomerulopathy in patients with this clinical pattern [78-80]. Presently, it is currently unknown
whether the renal inflammation is more pronounced in this variant of CKD. The concentrations of IL-6
and hs-CRPwere found to be the risk factors of A-CKD. The role of IL-6 in DKD was discussed above.
Finally, IL-13 level, adjusted to HbA ¢, turned out to be a risk factor for albuminuria with preserved
renal function.The elevated production of IL-13 in the kidney was described recently in a model of
streptozotocin-induced diabetes [21]. This regulator has been identified to regulate fibrosis, exploit
the IL-4Ro/Stat6 pathway, and induce chemokines MCP-1, MIP-1e, MIP-1f3, and eotaxin [60]. Thus,
inflammatory mediators could be potential biomarkers of various patterns of CKD in diabetes.

Currently, chronic inflammation is considered as a unifying mechanism linking diabetes, kidney
pathology, and cardiovascular disease [81]; it can be an important contributor to CKD- related
cardiovascular morbidity [82-84]. Accordingly, modification of chronic inflammation and fibrosis
appears to be importantin the treatment of T2D individuals with CKD. Anti-inflammatory and
anti-fibrogenic activity is an intrinsic element ofthe renal protective effect of current antihyperglycemic
drugs, such as SGLT-2 inhibitors [85-87] and GLP-1 receptor agonists [88-90]. In addition, targeting
specific mediators of inflammation and fibrosis is considered a promising approach to the treatment of
diabetic nephropathy [9,91].

Our research is not without limitations. The cross-sectional design does not prove causality.
The clinical value of the identified predictors of different CKD patterns needs to be tested in prospective
studies. The study of the expression of cytokines and growth factors in the kidneys and their
concentrations in urine could verify disturbances in clearance or production. The relationship between
structural changes in the kidney and chronic low-grade inflammation in different CKD patterns is
another matter for future research.

5. Conclusions

The results of this study indicate that either albuminuric or non-albuminuric patterns of CKD are
associated with pro-inflammatory shifts in the panel of circulating cytokines and growth factors in
T2D patients. In these patients, serum levels of IL-6, IL-17A, G-CSF, MIP-1¢, and bFGF demonstrate
negative relationships with eGFR, but not with albuminuria or urinary podocyte biomarkers; IL-10
and VEGEF correlate negatively with WFDC2, a marker of tubulointerstitial fibrosis. The shifts in the
cytokine panel are differently associated with the patterns of CKD: IL-17A and MIP-1¢ are predictors
of non-albuminuric CKD, IL-13 is associated with the pattern of albuminuria and preserved renal
function; meanwhile, IL-6 and hs-CRP could be predictors of albuminuria with eGFR decline.
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Appendix A

Table Al. Characteristics of T2D patients in the discovery and validation cohorts

Parameter Discovery Cohort Validation Cohort
N 86 44
Sex, MJF, n (%) (33.7%/2522.30/0) (36.4}’/32?4%)
Age, years 65 (58; 69) 65.5 (58.5; 70)
Smokers, 1 (%) 10 (11.6%) 5 (11.4%)
BMI, kg/m? 33.4(29.4;37.4) 33.2(29.8; 38.9)
Diabetes duration, years 13.5(11;17) 14 (11; 18)
CKD—-/NA-CKD/A-CKD-/A-CKD+, n 22/22/21/21 11/11/11/11

Continuous data are presented as medians (lower quartile; upper quartile), frequencies are presented as number of
patient (percentage in a group). BMI: Body mass index; CKD—: The group of individuals with estimated glomerular
filtration rate (¢GFR) =60 mL/min/1.73 m? and urinary albumin-to-creatinine ratio (UACR) <3.0 mg/mmol; NA-CKD:
Non-albuminuric chronic kidney disease, the group of individuals with eGFR <60 mL/min/1.73 m? and UACR
<3.0 mg/mmol; A-CKD-: Group of patients with eGFR >60 mL/min/1.73 m? and UACR >3.0 mg/mmol; A-CKD+:
Group of individuals with eGFR <60 mL/min/1.73 m? and UACR >3.0 mg/mmol.

Appendix B
Table A2. Panel of cytokines and growth factors assessed in the study
Family Protein
Archetypical cytokines signaling through classical-cytokine receptors
Type I helical Cytokine families signaling through Class I cytokine receptors
(CRF1 family or Hematopoietin family)
IL-2 Family, or Common Gamma Chain Receptor Family IL-2, IL-4 subfamily(IL-4, IL-13), IL-9, IL-15, and IL-7 subfamily(IL-7)

IL-5, Colony Stimulating Factor 2/Granulocyte Monocyte-Stimulating

Common Beta Chain Receptor Cytokine Family Factor (CSF2/GM-CSF)

Colony Stimulating Factor 3/Granulocyte-Stimulating Factor
(CSF3/G-CSF)

IL-6 Family IL-6
IL-12 Family IL-12 (p70)

Prolactin family

Type II Cytokine families signaling through Class II cytokine receptors
(CRF2 family or IL-10/IFN superfamily)

IL-10 Family IL-10
Type II IFN IFNy

Cytokine families signaling through immunoglobulin (Ig) superfamily cytokine receptors
non-Receptor tyrosine-kinase (RTK)

IL-1 Family IL-1B, IL-1Ra

Cytokine TNF family signaling through TNF receptor family
Family A TNFo (TNFSF2)

Chemokine superfamily signaling through chemokine receptors (seven-transmembrane heptahelical(serpentine) receptors associated with
G-protein trimeric system)

MCP1 (CCL2), MIP-1& (CCL3), MIP-1p (CCL4), RANTES (CCL5) and

Chemokine CC Motif Ligand Family (CCL)

eotaxin(CCL11)
Chemokine CXC Motif Ligand Family (CXCL) IP-10 (CXCL10), IL-8 (CXCLS8)
Orphan and other cytokine family members
IL-17 Family IL-17A
Growth factors and signaling proteins
Platelet-Derived Growth Factor Family PDGE-BB (Platelet-Derived Growth Factor subunit B)
Vascular Endothelial Growth Factor Family VEGEF (Vascular Endotheliaé aC;:(1;)):\7(t\l/lpl"l';a)ctor)/Vas;cular Permeability
Fibroblast Growth Factor Family bFGF(FGF2/FGF-p)

The assessed cytokines and growth factors were grouped according to Fundamental classification of cytokines,
chemokines, and growth factors [28] and classification of growth factors [29,30].
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