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Cardiovascular diseases are the main cause
of the death in FEurope, the USA and
Asia [1,2|. Essential hypertension (EHT)
and chronic obstructive pulmonary disease
(COPD) are rather common cardiovascular
diseases leading to CHF.

Today the attention of the scientists in
many countries is drawn to the role of autoim-
mune mechanisms in the development and pro-
gression of many diseases. Of great importance
is to determine the role of specific antibodies
against the structural components of the host
tissues, since they are able to make a direct
damaging effect on the cells, resulting in the
loss of their functional activity.

It is well known, that extracellular matrix
proteins play an important role in the remod-
eling of the airways and blood vessels, and
type IV collagen as a main component of basal
membranes of endothelial cells, is important in
the communications between the components
of extracellular matrix and bloodstream.

Deterioration of polymer molecular struc-
ture of type IV collagen is well known in
Goodpasture’s syndrome. However, a number
of researches showed that type IV collagen
may accumulate in other diseases. Thus, in

type 1 diabetes mellitus its accumulation in
the vascular wall leads to disruption of the
vascular wall barrier and stimulates thrombo-
sis [3]. This excess of type IV collagen in suben-
dotelial space leads at first to the extravasa-
tion, and then — to the induction of protein
paravasal fibrosis. Thus, accumulation of type
IV collagen is regarded as one of the causes of
microangiopathy in type 1 diabetes mellitus,
including nephropathy. Moreover, Nikolov A.
et al. showed the association of increased lev-
els of autoantibodies against type IV collagen
with microangiopathies and the development
of diabetes mellitus [4].

Recent studies have shown that most pa-
tients with COPD have elevated levels of
serum antibodies that react with autoanti-
gens [5,6], and the appearance of antibodies
to specific autoantigens correlates with the
severity of the disease [7].

The studies of an autoimmune etiology
of COPD give inconsistent results. Thus,
Toyoshima M. et al. suggested that autoanti-
bodies in COPD occur due to a general inflam-
mation and did not play a significant role in the
pathology of the disease [8]. However, Feghali-
Bostwick CA et al. detected the autoantibodies
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to lung epithelium in the serum of patients
with COPD [5]. Kirkham P. A. et al. reported
that carbonyl-modified proteins resulting from
oxidative stress, contribute to the formulation
of autoantibodies, reflecting the ability to man-
age oxidative stress and autoimmune response
in COPD [7]. An autoimmune origin of the
lung remodeling was clearly demonstrated by
Lee S. H. and colleagues, who determined that
the severity of emphysema in COPD was sig-
nificantly associated with the level of anti-
bodies to elastin [9]. Later the association of
emphysema in COPD patients with high lev-
els of autoantibodies to agrecan and collagen
molecules was discovered and Rinaldi M. et al.
indicated, that the autoimmune response to
collagen and not elastin was associated with
the severity of COPD [10].

Immunohistochemical studies in patients
with COPD have demonstrated an increase
in the accumulation of type IV collagen in
neointima [11].

According to Packard T.A. in patients
with COPD the level of antibodies to type
IV collagen is 2 times more of the value of
the healthy individuals. Daffa N.I. et al. also
reported of the increased antibodies to type IV
collagen in COPD [12]|. But the relationships
of those data with clinical and functional pa-
rameters of the heart and lungs the authors
have not performed.

Therefore it has been accumulated enough
data to suggest that the autoimmune response
is present in patients with COPD and has an
association with the disease progression [13].

Autoantibodies against type IV collagen
have also been identified in cardiological
pathology. According to the Tandon R., cardi-
tis in rheumatic fever is the result of the im-

mune response against type IV collagen by
causing its effects on endothelium [14]. The
ability of streptococcal protein, responsible for
the rheumatism, to bind type IV collagen was
further demonstrated and the continuation of
these findings was the discover of increased
antibodies against type I'V collagen in patients
with acute rheumatic fever [15].

According to the recent reports patients
with myocardial infarction have significantly
elevated levels of IgM and IgG against native
type IV collagen. The study of Matache C.
et al. using ELISA method demonstrated the
association of increased levels of IgG antibod-
ies to type IV collagen with myocardial in-
farction and idiopathic dilated cardiomyopa-
thy [16]. Nicoloff G. et al. found autoantibodies
against type IV collagen in EHT combined
with type 1 diabetes mellitus [17].

Deterioration of collagen metabolism plays
an important role in the formation and pro-
gression of heart failure. Uncontrolled synthe-
sis and accumulation of collagen in the inter-
stitium of the myocardium and blood vessels
leads to the increase of their hardness and
remodeling. Despite the association of antibod-
ies to type IV collagen with hyperglycemia,
bronchial and cardiovascular risk and their role
remains unclear in CHF on the background
of cardio-pulmonal pathology, as well as their
association with hemodynamic, morphological
and functional parameters of the cardiovas-
cular system. Therefore, the aim of the re-
search was to examine whether autoantibod-
ies against native or aldehyde-modified type
IV collagen are associated with heart failure
progression in arterial hypertension combined
with chronic obstructive pulmonary disease
and type 2 diabetes mellitus.

MATERIALS AND METHODS

A total of 91 patients with CHF were
recruited in the study. Group 1 consisted of
32 patients with CHF on the background of
COPD and EHT, Group 2 comprised 32 pa-
tients with CHF on the background of COPD,
EHT and type 2 diabetes mellitus. The av-
erage age of the first group was 63.5+3.4
years, of the second group — 60.2 £ 2.6 years.
Both groups were comparable by duration of

CHF (mean 5.3+ 1.4 years) and EHT (mean
8.442.1 years). 65.6 % of patients developed
type 2 diabetes mellitus after existing heart
failure, and in 34.4% of patients CHF oc-
curred on the background of diabetes. The
groups were further subdivided into 2 groups
according to the II and III functional class
(FC) of CHF by NYHA. 27 patients with CHF
on the background of EHT stage II served
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as a reference group (Group 3) with mean
age 60.74 +1.62 years. Group 1, 2 and 3 were
adjusted by male/female ratio. 20 healthy vol-
unteers adjusted for age and sex served as
controls.

The exclusion criteria were: oncological
diseases, tuberculosis, acute respiratory tract
infections, strokes and myocardial infarctions
in anamnesis. The protocol of the research was
approved by the local ethical committee of the
University.

The diagnosis of COPD of Groups B and
C was established on the basis of typical
symptoms, modified Medical Research Coun-
cil (mMRC) dyspnea scale, COPD Assess-
ment Tool (CAT) and spirometry accord-
ing to GOLD 2013 guidelines [18]|. The val-
ues of Forced expiratory volume in first sec-
ond (FEV1) less than 80% of the expected
value and ratio of forced expiratory volume
in first second to the forced vital capacity
(FEV1/FVCQ) less than 0.7 (70 %) after post
bronchodilator inhalation were included in this
study. According to the degree of airflow limi-
tation COPD 2 and COPD 3 degrees of bron-
choobstruction were distinguished. Diagnosis
of type 2 diabetes mellitus was carried out
according to the criteria of International Di-
abetes Federation, recommendations of Amer-
ican Diabetes Association and European As-
sociation for the Study of Diabetes. The pa-
tients suffering from type 2 diabetes mellitus
had mild to moderate severity of the disease
in a state of subcompensation (fasting glu-
cose level < 7.6 mmol/l, postprandial glucose
level < 9.0 mmol/l, HbA;. < 8,5%). The dura-
tion of type 2 diabetes mellitus varied from 1
to 20 years.

Only COPD patients with EHT of II stage
were enrolled in the study. Diagnosis of EHT
was established according to ESH /ESC crite-

ria that consider as hypertension blood pres-
sure values over 140/90 mmHg.

All the patients underwent echocardiog-
raphy. Ultrasound investigation of the heart
included detection of left atrium diameter
(LA), left ventricle end systolic diameter, left
ventricle end diastolic diameter, left ventricle
end systolic volume, left ventricle end dias-
tolic volume, left ventricle ejection fraction,
right atrium and right ventricle diameter, pul-
monary artery pressure.

A sample of peripheral venous blood was
taken from fasting patients. Participants were
instructed to take their medications as usual in
the morning of the examination. Venous blood
was citrated, centrifuged and stored at —20°C
until the laboratory investigation of plasma
collagen type IV antibodies.

Plasma IV type collagen antibodies con-
centrations were measured with enzyme-linked
immunosorbent assay (ELISA) method, using
antibody-coated microwell plate kit for in vitro
diagnostic («MMTEK», Russia), according to
the manufacture instructions.

Standards, controls, and sample assays
were performed in duplicate. The standard
calibration curve was calculated using mean
replicate values of six standard calibrators with
different levels of concentration. The intrassay
coefficient of variation (CV) was lower than
4.5%. The interassay CV varied from 4.3 %
for high concentrations to 7.4 % for low con-
centrations. All values are expressed as mean
and standard error of the mean (M+m).
Statistical analysis was done using computer
program Statistica for Windows 10.0. Pear-
son’s coefficient was used in the correla-
tion analysis. Mann-Whitney criterium and
ANOVA were used to assess the differences be-
tween groups. The level of significance was at
p < 0.05.

RESULTS AND DISCUSSION

Patients with CHF at EHT (Group 3)
showed increase of the level of type IV collagen
antibodies on 28.2% as compared to controls
(p <0.05). Patients with CHF at EHT and
COPD (Group 1) demonstrated a significant
increase of type IV collagen antibodies —
on 82% in comparison to healthy controls

(p <0.05) and on 42.0 % when compared with
patients at CHF on the background of EHT
(p < 0.05), indicating that autoimmune reac-
tions are more expressed in CHF in the pres-
ence of COPD (Table 1).

Group 2 — patients with CHF at EHT,
COPD and type 2 diabetes mellitus showed
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the highest level of type IV collagen antibod-
ies — on 20.2 % when compared to the patients
with CHF at EHT and COPD without type 2
diabetes mellitus (p < 0.05), that testifies of
more expressed autoimmune processes induced
by type 2 diabetes mellitus.

While CHF progression from the II class to
the III class by NYHA the patients with EHT
and COPD revealed increase of type IV colla-
gen antibodies on 26.5 %, while patients with
EHT, COPD and type 2 diabetes mellitus —
on 29.6 (p < 0.05) (Table 2).

It is known, that EHT and diabetic vas-
cular complications are associated with an el-
evated degradation of connective tissue. As a
result type IV collagen is released into the cir-
culated blood, which is a pathological stimulus
for an increased production of type IV collagen
antibodies.

Thus, hyperglycemia causes not only direct
damaging effect on the components of connec-
tive tissue, but also initiates an autoimmune
response to its components, which is associated
with the progression of CHF.

Correlation analysis with cardiohaemo-
dynamic parameters in patients with CHF

at EHT, COPD and type 2 diabetes mel-
litus revealed significant association between
type IV collagen antibodies and end sys-
tolic diameter of the left ventricle (r=0.44),
end diastolic diameter of the left ventricle
(r=0.37), end systolic volume of the left ven-
tricle (r=0.45), end diastolic volume of the
left ventricle (r=0.35), left atrium diameter
(r=0.30) and ejection fraction of the left ven-
tricle (r=-0.44) (p <0.05). Analysis of the
parameters of the right heart showed direct
correlation between type IV collagen antibod-
ies and sizes of the right atrium (r=0.53),
right ventricle (r = 0.52) and pulmonary artery
pressure (r=0.51) (p <0.05).

Thus, the processes of the left and the
right heart dilation, presence of pulmonary
hypertension are associated with high levels of
antibodies to type IV collagen, that may indi-
cate their damaging effect on the metabolism
of connective tissue in the myocardium, since
collagen IV is widely expressed in the heart
tissue. This is consistent with the data of Mat-
ache C. et al. demonstrated the association of
raised antibodies against type IV collagen with
idiopathic dilated cardiomyopathy [17].

Table 1

The level of type IV collagen antibodies in patients with chronic heart failure in essential
hypertension and essential hypertension combined with chronic obstructive pulmonary

disease with and without type 2 diabetes mellitus (M + m)

Group 4
Group 1 Group 2 Group 3
Control
Parameter (n=32) (n—=32) (n=27) ((I:)i ;(()))s) D
Type IV collagen 10.07+0.32 12.114+0.4 7.094+0.36 5.53+0.2 p1—2<0.05
antibodies (y/ml) p1-3 <0.05
p1—4 <0.05
pPo—3 < 0.05
p2—4 <0.05
p3—4 <0.05
Table 2

The level of anti-collagen type IV antibodies in patients with essential hypertension and
chronic obstructive pulmonary disease with and without type 2 diabetes mellitus while
chronic heart failure progression (M + m)

CHF CHF
Parameter class II by class III by p
NYHA NYHA
EHT and COPD with type 2 10.62+£0.43 13.77+£0.51 p1-2<0.05
diabetes mellitus (n=17) (n=15)
EHT and COPD without type 2 9.28 £0.36 11.74+£0.48 p1-2<0.05
diabetes mellitus (n=16) (n=16)
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CONCLUSIONS

. Correlation of the levels of type IV colla-
gen antibodies with cardiac morphofunc-

13:567-569.

tive pulmonary disease with and without
type 2 diabetes mellitus.

tional parameters indicate of their patho- 2. The study of the mechanisms of the di-
genetic importance in the development of rect damaging effect of type IV collagen
myocardial dysfunction and may be used antibodies in chronic heart failure and
in the diagnosis, control of the course and the development of therapeutic strate-
prognosis of chronic heart failure in es- gies to control their level is an interesting
sential hypertension and chronic obstruc- direction for further studies.
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AYTOIMYHHI MEXAHI3MU NPOrPECYBAHHS XPOHIYHOI CEPLEBOI
HEOOCTATHOCTI NMPU APTEPIANIbHIN TINEPTEH3IT TA XPOHIYHOMY
OBCTPYKTUBHOMY 3AXBOPHOBAHHI IEFEHb 13 CYNYTHIM LYKPOBUM
OIABETOM 2 TUNY
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[IpoBeseno Jroci/PKeHHsT B3a€MO3B 13Ky ayTOAHTUTLNI j10 Kojareny 1V Tuiy 3 mporpecyBaHHSIM
XPOHIYHOT CEPIEBOI HEIOCTATHOCTI TpW apTepiaybHiil rimepTeH3il Ta XPOHIYHOMY OOCTPYKTHBHOMY
3aXBOPIOBAHHI JIEMeHb B 3aJI€KHOCTI BiJl HASIBHOCTI IyKpOBOIO Jiiabery 2 Tuiy. BusBieHo, 1Mo y Takux
XBOPUX Ma€ Miclie 30iIbIIeHHs PiBHSA ayTOAHTUTIN 40 KoJsareHy IV Tunmy B mopiBHsAHHI 31 310poBUME
ocobamu. PiBenns ayroanTuTis no xosareny IV Tumy nmoxkasas JOCTOBIpHY KODEJISIIIO 31 361/IbIIEHHSIM
pO3MipiB i 06’emMiB MiOKap/1y JIIBOTO IIJIYHOYKA Ta 3HUKEHHIM HOro CKOpOT/InBOI 3aaTHocTi. [1igBuinen-
Hel PIBHA ayTOAHTUTLI 10 KojlareHy IV Tumy aconiioBaHO 3 IPOTIPEeCYyBaHHSAM CEPIIEBOI HEJIOCTATHOCTI
3 apTepiajbHOI TiMEePTEH3I€I0, XPOHIYHUM OOCTPYKTUBHUM 3aXBOPIOBAHHSM JIET€Hb, B CIIOJTyYeHHI
3 IYKPOBUM JiabeToM 2 THILY.

Knmouosi cmosa: ayroanturina mporu xosnareny IV rumy, mykposuit giaber 2 Tuiy,
XpOHIYHA CepIrieBa HEIOCTATHICTb, XPOHIYHE OOCTPYKTHBHE 3aXBOPIOBAHHS JIET€HBb, apTepiajbHa Ti-
epTensis.

IIpobaemu endoxpunroi namonoezit Nel, 2016 27



Kainiuna endoxpurnonozis

AYTOMMMYHHbIE MEXAHN3MbI I'IPOI'PECCVIPOBAHI/IH_XPOHVI‘-IECKOVI
CEPOEYHOU HEOQOCTATOYHOCTU NPUN APTEPUAJTTIbHOW TMNEPTEH3UN
N XPOHUNYECKOM OBCTPYKTUBHOM 3ABOJIEBAHUWN NETKNX
C CONYTCTBYHOLLNM CAXAPHbIM ONWABETOM 2 TUNA
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IIpoBeneno wucciieioBaHMe B3aMMOCBS3U ayTOAHTHUTeN K KosutareHy IV Tuma c mporpeccmposa-
HUEM XPOHUYECKON CepIeYHON HEeJOCTATOYHOCTH IIPU apTePHAJIbHON T'MIEPTEH3UH C XPOHUYECKUM
OOCTPYKTHUBHBIM 3a00JIeBAaHUEM JIETKMX B 3aBHCHMOCTH OT HAJIMYHUS CAXapHOro jguabera 2 THIIA.
Brigsiieno, 4To y THX GOJBHBIX UMEIOT MECTO BBICOKHME YDOBHU ayTOAHTUTE] K KoJsutareHy 1V Tuma
B IUIa3Me KPOBU IO CPABHEHUIO CO 3JOPOBBIMH JIMIIAMH. ¥ POBEHb ayTOAHTHUTEJ K KoJjsareHy IV
THIA TIOKA3aJ JIOCTOBEPHYIO KOPPEJSIIAIO C yBEJIUIeHHEM Pa3MePOB U O00BEMOB MHOKapa JIEBOTO
JKEJIYJI0OUKA ¥ CHUYKEHMEM ero COKPaTUTEeIbHOM criocobHocTu. IIoBbIIeHne ypoBHS ayTOAHTUTEN K KOJI-
nareny IV Tuma accomumpoBaHO C IPOrpeCCHPOBAHUEM XPOHUYECKON CEpAEYHON HEIOCTATOYHOCTH
C apTepHaJILHON T'HIepTeH3neil, XPOHNIEeCKUM OOCTPYKTUBHBIM 3a00/I€BAHMEM JIETKUX, B COYETAHIH
¢ caxapHbIM juabeTom 2 Tula.

Kniodgaesnie cJuioBa: ayroanrurena K Kojurareny [V Tuma, caxapubiii guaber 2 Tura,
XPOHMYECKAasl CepievdHasl HeJIOCTATOYHOCTh, XPOHUYIECKOe OOCTPYKTUBHOE 3ab0JIeBaHNe JIETKUX, apTe-
puabHasi TUIEPTEH3HUSI.

AUTOIMMUNE MECHANISMS OF CHRONIC HEART FAILURE PROGRESSION IN
ARTERIAL HYPERTENSION AND CHRONIC OBSTRUCTIVE PULMONARY
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We examined whether autoantibodies against type IV collagen are associated with heart failure
progression in arterial hypertension combined with chronic obstructive pulmonary disease with and
without type 2 diabetes mellitus. Both patients with chronic heart failure in essential hypertension and
chronic obstructive pulmonary disease and patients with concomitant type 2 diabetes mellitus showed
higher levels of plasma type IV collagen autoantibodies in comparison to healthy controls. Type IV
collagen antibodies correlated with dilation of the left ventricle and reduction of its contractility.
Elevation of plasma type IV collagen autoantibodies is associated with progression of chronic heart
failure in arterial hypertension combined and chronic obstructive pulmonary with and without type 2
diabetes mellitus.

Key words: autoantibodies against type IV collagen, type 2 diabetes mellitus, chronic heart
failure, chronic obstructive pulmonary disease, arterial hypertension.
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