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List of abbreviations

Akt: protein kinase B

BPA: balloon pulmonary angioplasty

BSA: body surface area

CI: cardiac index

CO: cardiac output

CT: computer tomography

CTEPH: chronic thromboembolic pulmonary hypertension
ERK: extracellular signal-regulated kinase

FC: functional class

FGF: fibroblast growth factor

GC: guanylate cyclase

GFR: glomerular filtration rate

GOT: glutamic-oxaloacetic transaminase

GPT: glutamic-pyruvic transaminase

Hgb: haemoglobin

HIV: human immunodeficiency virus

IGF-I: Insulin-like growth factor-I

IPF: idiopathic pulmonary fibrosis

MEK or MAPK: mitogen-activated protein kinase
MRI: magnetic resonance imaging

NA: not applicable



NS: non-significant

NT-proBNP: N-terminal pro-hormone of brain natriuretic peptide
PA: pulmonary artery

PAC: pulmonary arterial compliance

PAH: pulmonary arterial hypertension

s/d/mPAP: systolic/mean/diastolic pulmonary arterial pressure by right heart

catheterization

msePAP: mean systolic ejection pulmonary pressure
PaOs: arterial oxygen pressure

PaCOz: Arterial carbon dioxide pressure
PAWP: pulmonary arterial wedge pressure
PCH: pulmonary capillary haemangiomatosis
PEA: pulmonary endarterectomy

PH: pulmonary hypertension

PI3K: phosphoinositide 3-kinase

PVOD: pulmonary veno-occlusive disease
PVR: pulmonary vascular resistance

RA: right atrium

RAA: right atrial area

RAP: right atrial pressure

RHC: right heart catheterization

RV: right ventricle


https://en.wikipedia.org/wiki/Phosphoinositide_3-kinase

RVOT VTI: right ventricular outflow tract velocity-time integral
RVSWI: right ventricular stroke work index

SMAD: specific intracellular signal transduction protein

sPAPe: estimated systolic pulmonary arterial pressure by echocardiography
SV: stroke volume

SVI: stroke volume index

SvO;: mixed venous oxygen saturation

TAPSE: tricuspid annular plane systolic excursion
TGF-B:transforming growth factor-f3

VEGF: vascular endothelial growth factor

Vmax: maximal velocity

6MWD: 6-minute walk distance



1. Introduction

Pulmonary hypertension (PH) is a progressive disease. Pathophysiological changes in
pulmonary vessels lead to elevated pressure and an increase in vascular resistance (1-3).
Hemodynamic changes and the course of the disease vary in the distinct forms of PH with
different pathophysiological backgrounds (4-6). Primarily, based on hemodynamic
characteristics, pre-capillary and post-capillary forms of PH are distinguished. In pre-
capillary PH, the mean pulmonary arterial pressure (mPAP) and the pulmonary vascular
resistance (PVR) is elevated with normal pulmonary arterial wedge pressure (PAWP<15
mmHg). In contrast, in post-capillary PH, pressure elevation occurs in both the arterial
and venous sides of pulmonary circulation, and PAWP is increased (>15mmHg) without
arise in PVR (1).

In all forms of pre-capillary PH, arterial remodelling is common to a varying degree,
which induces pressure overload of the right ventricle. Furthermore, there can be
significant differences in disease severity and clinical course among the PH groups. In
addition to the pulmonary arterial hypertension group (PAH), being the most
characteristic phenotype of pre-capillary PH, PH associated with lung diseases and/or
hypoxia and PH associated with pulmonary artery obstructions, including chronic
thromboembolic PH (CTEPH) belong to the form of pre-capillary PH (Table 1).
Pathophysiological abnormalities and morphological changes in the pulmonary arteries
are heterogeneous in these clinical groups. The remodelling of the arterial wall, vascular
obstruction, vasoconstriction, and reduction of the vascular cross-sectional area
contribute to the increase in PVR (7-9). Although in everyday clinical practice, there are
limited options to characterize the degree of pathological and hemodynamic alterations
in pulmonary arteries, their effect on the development of right heart pathology could be
more easily followed.

In healthy subjects, the pulmonary circulation is a low-pressure circulatory system even
in a wide flow range; the upper limit of normal mPAP is 20 mmHg (10; 11). Under
physiological conditions, the right ventricle (RV) works against low pre- and afterload
with low stroke work (SW) (12). In pre-capillary PH, the continuously increasing PVR

induces RV pressure overload, leading to an adaptation process in the right heart, such as



myocardial hypertrophy and right heart dilatation. A biphasic development of the RV
adaptation process can be observed during the progression of the disease. In the adaptive
phase, the RV's systolic reserve is still preserved. It is thus able to maintain appropriate
circulation against the increasing resistance. In contrast, the maladaptive phase leads to
the rapid progression of RV dysfunction and the development of right heart failure. In
this process, the development of RV/pulmonary artery (PA) uncoupling is a turning point
(13). The mechanism of RV adaptation involves complex processes, which are influenced
by different factors, including the aetiology of PH, genetic predispositions, neurohumoral

regulation, and immune and inflammatory activation (2;14).

Physiological and pathophysiological stimuli
(genetic factors, hypoxia, toxins, drugs, unknown mechanisms)

l

Pulmonary vascular cells
(endothelial cells, vascular smooth muscle)

|

Production of VEGF, FGF,
TGF-B, IGF-I

/ X

Vascular remodeling: Preservation of right heart function:

* Plexiform lesions * Hypertrophied cardiac muscle cells
* Endothelial cell dysfunction * Improve RV contractility

* Smooth muscle cell proliferation * Normal hemodynamic parameters

Figure 1. The roles of growth factors in the pathophysiology of pulmonary arterial hypertension.
Growth factors are produced in pulmonary vascular cells and cardiomyocytes in response to various stimuli
in PH. These factors play a role in developing pulmonary vascular remodelling and the modulation of right
ventricular function. Furthermore, the regulatory peptides produced in the pressure-overloaded
myocardium also affect the pathophysiological changes. FGF: fibroblast growth factor; IGF-I: Insulin-like
growth factor-I; RV: right ventricle; TGF-B:transforming growth factor-f; VEGF: vascular endothelial

growth factor. Original work of the author. Reference is found in the main text.

In pre-capillary PH, the treatment goal is to improve the patient’s functional capacity, to
prevent the right heart failure and to reduce the patient's risk of death based on risk

stratification (1), that is, to ensure the maintenance of the adaptive phase of RV function



for as long as possible by reducing PVR. Accordingly, evaluation and monitoring of RV
adaptation during the course of the disease is essential. Dimensions and function of the
right heart can be followed with routine imaging techniques such as echocardiography
and cardiac MRI. The invasive assessment of RV work and RV/AP uncoupling based on
the pressure-volume loops is feasible only in experimental studies, but cannot be
performed in routine clinical practice. Recently, several authors have suggested using the
calculation of RV stroke work (RVSW) from basic hemodynamic parameters to evaluate
RV function (15). However, its interpretation in patient care should be clarified.

In the pathophysiology of vascular remodelling, growth factors (GFs), molecules of the
inflammatory system and other regulatory peptides play significant roles (9). In addition,
some of these peptides have known cardioprotective effects (16); and may also serve as
biomarkers in assessing disease progression, following the RV adaptation or therapeutic
targets to inhibit vascular remodelling, and preserving myocardial function (Figure 1)
(17). However, their precise functions in the development of RV adaptation should be
elucidated in more detail.

In this dissertation, we aimed to investigate RV adaptation using hemodynamic
parameters such as RVSW and circulating biomarkers and examine their applicability and

interpretation in clinical practice.

1.1 Definition and classification of pre-capillary pulmonary

hypertension

The invasive right heart catheterization (RHC) is required to verify PH since the definition
is based on hemodynamic criteria. Based on the previous 2015 European Society of
Cardiology (ESC)/European Respiratory Society (ERS) guideline, the diagnosis of PH
could be confirmed if mPAP was above 25 mmHg (18) although the upper limit of normal
mPAP is 20 mmHg (11; 10). Since even mildly elevated mPAP is already associated with
higher mortality (19; 20), the updated 2022 ESC/ERS guideline defined PH as mPAP >
20 mmHg (1). In addition, in pre-capillary PH, PAWP is not increased, while PVR is
elevated (Table 1) (1).



Table 1. Hemodynamic definitions of pulmonary hypertension according to the
2022 European Society of Cardiology/European Respiratory Society guideline (1)

Definitions Characteristics

Pre-capillary PH mPAP > 20 mmHg PAWP <15 mmHg
PVR>2 WU

Isolated post-capillary PH (IpcPH) mPAP > 20 mmHg PAWP >15 mmHg
PVR <2 WU

Combined pre- and post-capillary PH mPAP > 20 mmHg PAWP >15 mmHg

(CpcPH) PVR >2 WU

CpcPH: combined pre-capillary pulmonary hypertension, IpcPH: isolated pre-capillary pulmonary
hypertension, mPAP: mean pulmonary arterial pressure, PAWP: pulmonary arterial wedge pressure, PH:

pulmonary hypertension, PVR: pulmonary vascular resistance, WU: Wood unit

Table 2. Clinical groups of pre-capillary pulmonary hypertension (1)

PH group 1: Pulmonary arterial hypertension (PAH)
1.1.Idiopathic
1.1.1.Non-responder at vasoreactivity testing
1.1.2. Acute responder at vasoreactivity testing
1.2 Heritable
1.3 Associated with drugs and toxins
1.4 Associated with:
1.4.1 Connective tissue disease
1.4.2 HIV infection
1.4.3 Portal hypertension
1.4.4 Congenital heart disease
1.4.5 Schistosomiasis
1.5 PAH with features of venous/capillaries (PVOD/PCH) involvement
1.6 Persistent PH of the newborn
PH group 3: PH associated with lung diseases and/or hypoxia
3.1 Obstructive lung disease or emphysema
3.2 Restrictive lung disease
3.3 Other lung disease with mixed restrictive/obstructive pattern
3.4 Hypoventilation syndrome
3.5 Hypoxia without lung disease (e.g. high altitude)
3.6 Developmental lung disorders
PH group 4: PH associated with pulmonary artery obstructions
4.1 Chronic thromboembolic PH
4.2 Other pulmonary artery obstructions

PAH: pulmonary arterial hypertension; PH: pulmonary hypertension; PVOD: pulmonary veno-occlusive

disease; PCH: pulmonary capillary haemangiomatosis.



Furthermore, the clinical classification of pre-capillary PH describes categories with
similar pathophysiological mechanisms, clinical appearance, and course, hemodynamic
characteristics, and therapeutic management (Table 2). During the diagnostic procedure,
in addition to RHC, other imaging examinations and diagnostic tests are necessary to
accurately define the clinical groups linked with pre-capillary PH (1). Table 3 highlights

the most important examinations in groups 1, 3, and 4.

Table 3. Diagnostic steps in the differential diagnosis of pulmonary hypertension
in the major clinical groups with pre-capillary disease (1)

Clinical groups Imaging and functional tests
Group 1. PAH
IPAH Diagnostic algorithm of exclusions

Vasoreactivity testing
PAH associated with:
Connective tissue disease Physical examination
Laboratory tests

Capillary microscopy
HIV infection Laboratory tests
Portal hypertension Laboratory tests
Congenital heart disease

Echocardiography
Schistosomiasis Cardiac MRI

Laboratory tests

Group 3. PH associated with lung disease and/or Lung function tests

hypoxia Chest CT scan
Polysomnography

Group 4. PH associated with pulmonary artery Chest CT angiography

obstruction Ventilation/perfusion scan
Direct pulmonary angiography

CT: computer tomography; HIV: human immunodeficiency virus; MRI: magnetic resonance imaging;

PAH: pulmonary arterial hypertension; PH: pulmonary hypertension.

The degree of arterial remodelling differs in each clinical group with pre-capillary PH.
However, its presence and effects on RV adaptation are similar due to the myocardial
adaptation mechanisms caused by RV pulsatile and resistive load. In post-capillary PH,
the increased filling pressure of the left heart and the intraventricular interdependence
also affect the adaptation of the RV, while in pre-capillary PH, these processes are not
observed (21). Because of all these common appearances and similar pathomechanism,

we analysed RV adaptation in our studies only in pre-capillary PH groups.
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1.2.

Clinical groups of pre-capillary pulmonary hypertension

The forms of pre-capillary PH show heterogeneous pathophysiological backgrounds,

epidemiological characteristics, disease courses, and treatment options.

Pre-capillary PH is a progressive disease in which the development of arterial remodelling

is common. Right heart adaptation and right heart failure determine patients' quality of

life and life expectancy (25). In early disease, the progression of arterial remodelling does

not cause any symptoms, and patients are usually diagnosed when exercise capacity is

limited and when symptoms of right heart failure occur. The course of the disease shows

inter-individual variability. In the pre-capillary PH groups, our studies focused on patients

with PAH, PH associated with lung diseases, and PH due to pulmonary artery obstruction.

The main features of these groups are compared in Table 4 and described below (1).

Table 4. Characteristics of the main pre-capillary PH groups (1)

Pulmonary PH associated with PH associated with
arterial lung disease and/or pulmonary artery
hypertension hypoxia obstruction
Epidemiology Rare Common Rare
Pathophysiology Pulmonary arterial Hypoxic Obstruction of
remodelling vasoconstriction pulmonary arteries
Loss of vascular bed Pulmonary arterial
Pulmonary arterial remodelling
remodelling
Treatment Specific pulmonary Treatment of lung Pulmonary
vasodilator therapy  disease or the cause endarterectomy
Lung of hypoxia Balloon pulmonary
transplantation In vascular angioplasty
phenotype: specific If inoperable or in
pulmonary case of residual PH:

vasodilator therapy
Lung transplantation

specific pulmonary
vasodilator therapy
Lifelong
anticoagulation
therapy

Lung transplantation

PH: pulmonary hypertension

11



1.2.1. Pulmonary arterial hypertension

Pulmonary arterial hypertension is an orphan disease. In international reviews, the
incidence of PAH is recorded as 1.1-7.6 cases per million, while the prevalence figure is
0.9-26 cases per million (1; 22). Idiopathic, heritable, and anorexigenic-induced PAH
make up 52.6% of all PAH cases. The most characteristic PAH patients are women aged
between 30 and 60 years (23), but nowadays, the majority of patients are older with co-
morbidities (24; 25).

The most characteristic pathophysiological change in pulmonary arteries is the arterial
wall remodelling, which is characterized by the thickening of the arterial wall's intimal,
medial, and adventitial layers, vascular occlusion by in situ thrombi, and the development
of plexiform lesions (9; 26). Intimal lesions play a significant role in decreasing the
luminal area and consequently elevating PVR. Thickening of the intimal layer is caused
predominantly by endothelial and fibroblast cells with a high proportion of
undifferentiated cells (27). Intimal remodelling can have different presentations, such as
concentric, eccentric thickening, or total occlusion of the arterial lumen. Plexiform lesions
are complex, glomeruloid-like vascular formations composed of disorganized, primitive
endothelial cells from the remodelled intima layer (26). The medial layer contains
predominantly smooth muscle cells, the focus of most pathological studies. The
hypertrophy and constriction of smooth muscle tissue contribute to arterial wall
thickening, lumen narrowing, and overall PVR elevation. These smooth cells are the
targets for specific PAH therapy, as the relaxing and antiproliferative effects of these
drugs can cause vasodilatation of pulmonary arteries and improve the hemodynamic
status. Previous studies suggested that adventitial thickening also plays a role in
developing vascular remodelling in PH. Based on human data, adventitial fractional
thickening does not correlate with the severity of hemodynamic parameters in PH, but
perivascular inflammatory autoimmune processes are pronounced in this layer (28).

In addition to the development of vascular remodelling, changes in blood flow in the
damaged vessels and the formation of in situ thrombus can be observed due to
neurohumoral inflammatory processes, which lead to a further increase in PVR.
Histological examination of explanted lungs in idiopathic PAH showed that in situ

thrombus formation occurred in 50% of patients (26).
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Without effective therapy, the prognosis of PAH is poor, and the mean survival of patients
is only 2.8 years (29). However, treatment with modern pulmonary vasodilators extends
the survival to 7 years (30).

Specific pulmonary vasodilators are therapeutic options that reduce PVR and decrease
RV pressure overload; thereby, with hemodynamic improvement, the progression of the
disease becomes slower, and patients can have a better life expectancy. The primary effect
of vasodilators is the relaxation of smooth muscle tissue in the media layer of the arterial
wall, with some also having an antiproliferative effect. One of the main target pathways
is nitric oxide (NO)/guanylate cyclase (GC)-mediated vasodilatation. NO is a potent
vasodilator in the lung, but it can only be administered by inhalation due to its short half-
life. Phosphodiesterase-5- inhibitors (sildenafil, tadalafil) can increase NO availability in
pulmonary circulation, resulting in NO-mediated vasodilatation. GS stimulators (e.g.
riociguat) directly affect this pathway by increasing the GC level. They can also inhibit
the proliferation of smooth muscle and endothelial cells, and they can also inhibit platelet
aggregation. Endothelin (ET) plays a prominent role in developing vascular remodelling,
having a strong vasoconstriction and proliferatory effect on smooth muscle cells. ETa and
ETg receptor antagonists (ambrisentan, bosentan, macitentan) inhibit these processes,
reducing PVR. The third therapeutic option, prostacyclin (epoprostenol, treprostinil,
iloprost), is the most potent vasodilator and, as such, it is the most effective drug for the
treatment of PAH, and its analogs are widely used in the therapeutic management of PAH.
It can effectively relax smooth muscle cells, has an antiproliferative effect on endothelial
and smooth muscle tissue of the arterial wall, and inhibits platelet aggregation via
prostanoid receptors. Because prostacyclin has a short half-life (minutes only), the most
effective administration forms are parenteral, continuous subcutaneous, or intravenous
infusion. Selexipag, an enteral prostacyclin receptor agonist, is a new option in this field.
The vasoreactive group is a special group of patients with PAH, who are long-term

responders to calcium channel blockers.
1.2.2. Pulmonary hypertension associated with lung disease and/or hypoxia

Pre-capillary PH is not rare in lung disease or conditions with hypoxia, especially in
patients with severe lung diseases. The prevalence of PH depends on the severity of the

underlying lung condition; for instance, in end-stage chronic obstructive pulmonary
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disease, more than 90% of patients have mPAP>20 mmHg, but only 3-5% of patients
present with mPAP> 35 mmHg (31). PH is present in up to 86% of patients with
interstitial lung disease (ILD), and the severity is affected by the type and stage of
the pulmonary condition (32). PH in IPF is associated with advanced disease stages but
depends on the severity of parenchymal destruction. The incidence of PH in IPF is 8-15%
at diagnosis and 35-45% for patients before lung transplantation (33-35).

Hypoxic vasoconstriction is the main process in this form of PH (36), but in severe
presentations, in addition, media remodelling, including smooth muscle cell hypertrophy,
is predominant in chronic hypoxia, and this mechanism affects both distal and proximal
large arteries via extensive extracellular matrix deposition and wall thickening. This is
most pronounced in the vascular phenotype of lung diseases, where the most severe
hemodynamic deviations can be detected with PVR > 5 Wood Unit (WU). This phenotype
resembles PAH regarding pathology, hemodynamic changes, and clinical characteristics
(37-38). Furthermore, in chronic lung diseases, a reduction in the cross-section area of
the lung vascular bed also contributes to the increase in PVR (39-41).

The survival of these patients depends on the severity and course of the lung disease. In
the international COMPERA registry, the 1-year survival rate is 78%, 43% at 3 years,
and 26% at 5 years in patients with group 3 PH (42).

Adequate therapy of the underlying lung disease is essential for this group, and specific
vasodilator therapy is not a suitable option in most cases. However, some pulmonary
vasodilator treatments, sildenafil or inhaled prostacyclin, should be considered
individually in ILD with the vascular phenotype of PH and severe hemodynamic changes
(1). In any group of pre-capillary PH, lung transplantation is a therapeutic option if the

patient is suitable and there is no contraindication (1).

1.2.3 Pulmonary hypertension associated with pulmonary artery obstruction

CTEPH is the most prevalent form of PH in the group associated with pulmonary artery
obstruction. Its incidence ranges from 8 to 40 cases per million of the general population.
In contrast, according to a meta-analysis, it occurs in 3.2% of patients surviving acute
pulmonary embolism. Still, acute pulmonary embolism had not been diagnosed in many

patients before CTEPH was established (8;43).
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The survival of patients with CTEPH is crucially affected by the disease's treatability. If
the disease primarily affects the proximal arteries and pulmonary endarterectomy can be
performed, then the 3-year survival rate is 89%, while in non-operable cases, this falls to
70% (44).

In CTEPH, the mechanical obstruction of proximal and distal arteries by thrombi and
extension of secondary arteriopathy show high individual variability since these changes
are influenced not only by neurohumoral activation but also by local deviation of blood
streams and the shear force by slow and fast blood flows in arterial branches (5; 45).
Importantly, the degree of vascular obstruction does not correlate with the severity of
PVR. In some cases, a large central obstruction causes only chronic thromboembolic
disease without PVR elevation, while in other instances, a mild obstruction of the total
vascular cross-section results in severe hemodynamic deterioration (8).

In CTEPH, in addition to the fact that patients must be on lifelong anticoagulant
treatment, the first-line therapeutic option is pulmonary endarterectomy (PEA) or balloon
pulmonary angioplasty (BPA). Due to secondary vascular remodelling, pulmonary
vasodilator therapy can be initiated (1) in cases of inoperability or inadequate
hemodynamic improvement after surgery and before and after BPA in patients with

severe hemodynamic abnormality (1).

1.3. The role of the right atrium and ventricle in pre-capillary

pulmonary hypertension

1.3.1. Morphology and function of the right atrium and ventricle

Under physiological conditions, the RV transfers blood from the systemic veins to the
low-pressure pulmonary circulation, thus working with low pre- and afterload. Compared
to the left ventricle (LV), the RV can perform its functions with an asymmetrical,
“crescent” shape, a lower myocardial mass, and a smaller wall thickness. Human studies
have shown that the size of the RV cardiomyocytes is 15% smaller than those of the LV
and that the myocardium contains 30% more collagen, resulting in better compliance (46;
47). In healthy adult myocardium, the energy supply and adenosine-triphosphate
production are mainly (60-90%) provided by fatty acid oxidation, while the rate of

glucose metabolism is lower. In a hypoxic state, the rate of anaerobic glycolysis in the
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RV cardiomyocytes is higher than in the LV, so the RV is relatively more resistant to
ischemia (48). Although coronary perfusion is continuous in the RV under normal
conditions during both systole and diastole, coronary flow is more sensitive to changes in
perfusion pressure and systemic hypotension. This is compensated to a certain extent by
the characteristics of the RV that the oxygen demand of its myocardial mass is lower than
that of the L'V, which is associated with a better oxygen extraction reserve (49).

In systole, the RV undergoes a peristalsis-like movement. The contraction begins in the
inflow tract and then goes toward the apex and infundibulum so that the RV squeezes the
blood into the pulmonary artery. During this complex process, longitudinal contraction is
much more pronounced than radial or circumferential shortening (50). The RV's work is
considerably affected by that of the LV. The close cooperation between the two ventricles
is well illustrated by the fact that 20-40% of the RV stroke volume (SV) is accounted for
by LV contraction (51).

Various conditions of the RV, such as acute or chronic pressure or volume overload,
initiate adaptation processes in the myocardium, resulting in myocardial hypertrophy and
dilatation of the chambers. Initially, these processes aim to maintain the systolic and
diastolic functions of the RV under conditions where pressure and volume are altered,
thereby maintaining normal hemodynamics (Frank-Starling effect) (52). Later, as the
insults are still present, the degree of hypertrophy and dilatation becomes more severe,
and RV function is progressively impaired, resulting in damage to the pulmonary
circulation, reduced functional capacity, and then right heart failure. The above adaptation
mechanisms are similar in the LV (53). However, an important difference between the
two heart chambers is that when the insults cease (e.g., after lung transplantation in a PAH
patient or pulmonary endarterectomy in CTPEH), reverse remodelling is much better in
the RV (54; 55). In most cases, the RV can adapt to the changed conditions quickly, and
dilation of the chambers is reversed within a short period with the improvement of systolic
and diastolic functions (56). This can be explained by the lower degree of fibrosis in the

RV myocardium during remodelling compared to the LV (57).

16



1.3.2. Right ventricular adaptation

Chronic and progressive pressure overload in the right heart occurs in pre-capillary PH.
The severity and progression of RV adaptation and right heart failure vary considerably
from patient to patient and significantly influence the prognosis of the disease (58-60).
Several factors, such as the patient's age, the aetiology of PH, comorbidities, and other
genetic and epigenetic factors, influence this individual variability (25; 45; 61).

Animal studies have shown that a sudden pressure overload on the RV by acute
pulmonary artery occlusion initiates rapid adaptation processes, during which RV volume
and cardiac output (CO) increase (62). An increasingly progressive pressure overload
caused by vascular remodelling initiates and maintains this adaptation mechanism. RV
remodelling is thus a process in which the trigger mechanism is myocardial stretching
due to increases in pulmonary arterial pressure and afterload. Increasing pressure and/or
volume overload causes this gradual remodelling of the RV wall, hypertrophy, and a
gradual right heart dilation. Parallel to this process, the ventricular septum shifts towards
the LV and causes the narrowing and compression of the LV cavity, which also affects
LV function, reducing LV filling and impairing systolic function, thereby reducing stroke
volume (Figure 2).

Morphological myocardial changes appear during remodelling. During adaptive
remodelling, concentric RV hypertrophy is pronounced. At the same time, ventricular
dilatation is moderate, which results in a higher myocardial mass/volume ratio and allows
the RV to retain its systolic and diastolic functions. During the progression of the disease,
the dilatation of RV increases disproportionately, the myocardial hypertrophy becomes
eccentric (low myocardial mass/volume ratio), and this maladaptive remodelling leads to
rapid deterioration of systolic and diastolic RV functions (59). In addition, tricuspid
regurgitation increases, and right atrial (RA) dilatation induced by the high-pressure
gradient becomes apparent. The degree of tricuspid regurgitation significantly correlates
with poor life expectancy (63). The highly raised RA pressure causes a systemic

circulatory backflow barrier, leading to right heart failure (Figure 2) (17).
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Figure 2. The effects of increased pulmonary vascular resistance on the RV in
PAH

A schematic presentation of the viscous circle induced by increased pulmonary arterial vascular resistance
on the morphology and function of the right ventricle in PAH. RV: right ventricle. Original work of the

author. Reference is found in the main text.

Adaptive and maladaptive remodelling phases are considered interrelated, consecutive
processes. A critical point in disease progression is when the function of the RV reaches

its peak, and maladaptive processes result in a decline in its performance (64; 65).

RV/PA uncoupling

Adaptive phase Maladaptive phase

RV work

Pulmonary vascular resistance

Figure 3. Scheme of RV adaptation in pre-capillary pulmonary hypertension

Changes in the right ventricle work in the adaptive and maladaptive phases in relation to the increase in
pulmonary vascular resistance, which characterizes the disease's progression. In the adaptive phase, the rate
of RV work increases, while it decreases in the maladaptive phase. The turning point may be RV/PA

uncoupling. RV: right ventricle; PA: pulmonary artery. Original work of the author.
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A further increase in afterload and/or a decrease in systolic reserve disrupts the
cooperation between the RV and the pulmonary artery (PA) unit, leading to RV/PA
uncoupling. The timing of RV/PA uncoupling is crucial, as it marks the beginning of the

rapid deterioration of RV function (Figure 3) (2; 13).

The high individual difference in vascular remodelling and right heart adaptation is
related to the etiology of PH, the pathophysiological mechanisms (pressure and/or volume
load), the patient's age, comorbidities, and genetic background. In Eisenmenger's
syndrome, the co-existing pressure and volume overloads induce adaptive remodelling in
the RV, mainly when it develops in the neonate and the fetal-type myocardial structure is
maintained. As a result, the RV functionality is preserved with less severe
hemodynamical deterioration in the pulmonary circulation. Consequently, patients with
PAH associated with congenital heart disease have the best life expectancy of the overall
PAH population (63). Conversely, in other groups of PAH (IPAH and PAH associated
with connective tissue disease), maladaptive remodelling develops earlier and progresses
more quickly, RV function deteriorates rapidly, and the life expectancy of patients is

shorter (30).

Due to this great individual variability, a better understanding and follow-up of the right
heart function gives valuable information to provide the best patient management and

individually tailored therapy.

1.3.3. Clinical assessment of right ventricular adaptation

A complex evaluation of RV adaptation requires imaging and hemodynamic studies to
examine RV myocardial mass, the size of the chambers, RV systolic and diastolic

functions, and hemodynamic parameters (Figure 4) (66).
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Figure 4. Changes in functional and hemodynamic parameters during right
ventricular adaptation

During disease progression, PVR and pulmonary arterial pressure continuously increase. In response, right
ventricular remodelling develops, which can appear in both adaptive and maladaptive forms, and in later
stages, severe right ventricular dysfunction occurs. LV: left ventricle, PVR: pulmonary vascular resistance,
RV: right ventricle, sPAPe: estimated systolic pulmonary arterial pressure by echocardiography, SV: stroke

volume, TV: tricuspid valve. Adapted from original work of the author. Reference is found in the main text.

RHC is necessary to diagnose PH, and this also helps in management, including the
assessment for lung transplantation and the evaluation of discrepancies between the
functional state of a patient and the findings of non-invasive tests. Besides mPAP, PAWP,
and PVR, which are essential for the diagnosis, other hemodynamic parameters can also
aid the assessment of disease severity and the degree of RV adaptation. Higher right atrial
pressure (RAP) and low cardiac index (CI), already present at the time of diagnosis, are
signs of severe right heart dysfunction and decompensation suggestive of poor prognosis
(67). In PAH, these parameters guide the choice of therapy, as, in conjunction with other
functional and laboratory parameters, they can determine the risk of mortality (1). Blood

samples taken from the pulmonary artery during a RHC and oxygen saturation in mixed
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venous blood reflect both the hemodynamic status and tissue oxygenation and correlate

with the prognosis of the disease (68).

Figure 5. The most important echocardiographic parameters characteristic of the

right ventricle

A — D-sign, displacement of the ventricular septum towards the LV. The eccentricity index is the ratio of
the left ventricle short-axis diameter perpendicular to the septum to the left ventricle short-axis diameter
parallel to the septum; B — Right atrial area (cm?); C — TAPSE — tricuspid annular plane systolic excursion
is the systolic forward movement of the tricuspid lateral annulus in mm, a parameter characterizing systolic

right ventricular function; D — pericardial effusion. Original figure of the author

Echocardiography is a routine examination at the diagnosis and follow-up of pre-capillary
PH (1; 69). During the diagnostic workup, it is used to determine the probability of PH
using the maximum velocity of tricuspid regurgitation (1). However, many other
parameters identify the RV function. At the follow-up of pre-capillary PH,
echocardiography is used to assess the dimension of the right heart. This requires the
measurement of the transverse and longitudinal diameters of the RV, as well as the wall
thickness. The eccentricity index shows the ventricular septal displacement (D-sign) level
towards the LV caused by the increase in RV pressure (Figure 5A). The size of the RA

area is an important parameter in judging right heart overload. The presence of RA
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dysfunction in PAH is an independent predictor of mortality and hospitalization (Figure
5B) (70), with an RA area larger than 27 cm? indicating a high risk of death (71).

The evaluation of the systolic function of the RV by echocardiography can be
challenging, as the two-dimensional (2D) measurement of end-diastolic and end-systolic
volumes required to determine the ejection fraction is difficult due to the complex shape
of the ventricle. The parameter that characterizes the systolic function is tricuspid annular
plane systolic excursion (TAPSE), which shows the systolic longitudinal RV shortening
and correlates with global systolic RV function on radionuclide angiography (Figure 5C)
(72). A decrease in TAPSE (<18mm) is a good indicator of a high risk of mortality (73),
and a change in TAPSE in PAH is also a useful parameter for monitoring the effectiveness
of therapy (74). Other parameters that can be used to assess RV systolic function are
fractional area change (FAC) and the RV Tei index. The measurement of the RV systolic
and diastolic area is required to determine FAC, which is not easy to obtain with routine
2D imaging, and changes in FAC do not significantly follow the effect of therapy (53);
thus the clinical use of FAC is not widespread. Tei index is a parameter for the evaluation
of the combined systolic and diastolic functions of the RV, calculated from the values of
ejection time (ET), isovolumetric relaxation (IVRT), and contraction times (IVCT) (Tei
index = (IVRT + IVCT) / ET). In PAH, this value is a predictor of poor survival (Tei
index> 0.64) (71).

The appearance of pericardial fluid in pulmonary hypertension results from elevated RA
pressure, decreased lymphatic and subepicardial venous outflow due to poor
hemodynamics, and right heart failure (Figure 5D). The presence of pericardial fluid
warrants a poor prognosis (75), and the extent and rate of fluid change are good indicators
of disease progression (76).

Regarding the findings of the more recent echocardiography methods, the RV ejection
fraction determined by 3D echocardiography and the longitudinal RV strain have
predictive values in PH, and these parameters also reflect ventricular adaptation (77).
However, they are not used regularly in patient monitoring, primarily because of the
required high technical expertise and the time-consuming measurements.

Magnetic resonance imaging (MRI) examination is the gold standard for assessing RV
adaptation, but its availability and routine application in the follow-up of patients is

difficult in clinical practice. Volumetric parameters such as RV end-diastolic and end-
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systolic volumes, together with volume indices (RVEDVI, RVESVI) and calculated SV,
EF (SV / EDV ratio), are typical characteristics of RV adaptation and have prognostic
values (68; 78; 79). Furthermore, MR examination is the most accurate method of
assessing the presence of adaptive and maladaptive ventricular remodelling and eccentric
and concentric RV hypertrophy (59). Pathological abnormalities in the myocardium
caused by the increased pressure load and ischemic and fibrotic lesions in the RV can also
be detected by MRI. T1-weighted imaging can detect fibrosis in PAH, characterized by
increased extracellular volume in the myocardium, even in the early stages of the disease
(80). The degree of myocardial fibrosis demonstrated during T1 mapping correlates well
with pulmonary arterial stiffness, which is a good indication of the development of RV

adaptation (81; 82).

1.3.4. Evaluation of the biphasic change of right ventricular adaptation and
uncoupling

The most accurate way to measure RV hemodynamic changes is to evaluate the RV
pressure-volume loop with a conductance catheter during RHC (Figure 6) (3; 69). The
figure shows that as the pressure increases, the end-systolic and end-diastolic volumes of
the RV increase, while the SV initially only slightly decreases. The SV is also
significantly reduced with the progression of PH and the further rise in volumes.
Furthermore, the area under the curve, the measure of RV work, increases in the early
phase (RV coupled), but then it is reduced in the maladaptive phase (RV uncoupled). The
gold standard method for assessing uncoupling is the ratio of RV end-systolic elastance
(Ees) and arterial elastance (Ea) as calcaulted form the loops (3; 13; 83). Ees/Ea changes

in the initial phase (coupling) and then declines, thus defining uncoupling.
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Figure 6. The change in the pressure-volume loop during the progression of

pulmonary hypertension (3)

In the early adaptive phase, the RV end-diastolic and end-systolic volume and myocardial work increase as
the area under the loop increases, but Ees/Ea stays normal (RV coupled). Later, in the maladaptive phase
RV volumes keep increasing, but myocardial work, Ees/Ea, decreases (RV uncoupled). RV: right

ventricular,Ea: arterial elastance, Ees: end-systolic elastance

In clinical practice, the routinely used imaging parameters mostly linearly follow the
progression of PH. The clinical appearance of biphasic adaptation of the RV is difficult
to assess. In response to the progression of the disease and the increase in PVR, the RV
becomes more dilated, and systolic function falls, so neither the dimensional parameters
nor the ejection fraction, nor other echocardiographic systolic function parameters, such
as TAPSE or FAC, follow this biphasic change sensitively enough (3). It is also difficult
to evaluate RV/PA uncoupling in clinical routine. Tello and coworkers confirmed that the
echocardiographic TAPSE/sPAPe value correlates well with this hemodynamic value (1;

71).
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1.3.5. Right ventricular stroke work

Beyond the dimensional, functional, and blood flow parameters, it is also important to
evaluate changes in myocardial function to assess adaptation of the RV. Stroke work
(SW) that characterizes the work of the myocardium in systole is a well-known parameter;
the gold standard measurement method is the determination of the area of the pressure-
volume loop (84) (Figure 6.). Right ventricular stroke work (RVSW) describes the active
work of the RV myocardium during a contraction, i.e. the ability of the RV to deliver a
certain blood volume (stroke volume, SV) into the pulmonary circulation by generating
mPAP against a given resistance in the pulmonary arteries (85). In the early phase of PVR
increase, the RV myocardium works with systolic reserve that can preserve unchanged
pulmonary blood flow. Later, a maladaptive phase develops when systolic adaptation

becomes insufficient to maintain normal pulmonary circulation.

In clinical practice, SW cannot be determined precisely, but it can be accurately calculated
from the hemodynamic parameters recorded during RHC. The SW can be expressed as
the product of the blood volume delivered during systole (SV) and the pressure gradient
(RVPgr):

RVSW =RVPgr x SV.

At this point, several authors use different formulae and approaches to define RVSW
index (RVSWI). In our study on circulating biomarkers, we used the most accepted

formula (15):
RVSWI = (mPAP-RAP) x SVI x 0.0136.

According to more recent data, however, a newer approach has been published, which
concludes that the pressure gradient can be determined more precisely as the difference
between the mean RV pressure or - in the absence of pulmonary stenosis — mean systolic
ejection pulmonary pressure (msePAP) and the mean right atrial pressure (RAP as RV

end-diastolic pressure equivalent) (85):

RVSWI = (msePAP-RAP) x SVI.
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In this context, the most accurate approach to the msePAP value is given by the following

formula (85):
msePAP =1.25 x mPAP.

Consequently, the RVSW index (RVSWI) may be calculated from these hemodynamic
parameters (85; 86):

RVSWI = (1.25 x mPAP — RAP) x SVI

Although it can be hypothesized that RVSWI can characterize the biphasic adaptation of
the right ventricle, its clinical usefulness has remained uncertain in the routine clinical

management of pre-capillary PH.

1.4. Comorbidities in pre-capillary PH

Generally, PAH used to be most often diagnosed in young female patients. The diagnosis
is established following the exclusion algorithm, during which an underlying lung
disease, coronary disease, and, in post-capillary PH, left heart diseases are excluded.
However, with the accumulation of knowledge and better diagnostic algorithms, the
subgroup of elderly patients, who are diagnosed with PAH, is expanding. Although no
severe or uncontrolled accompanying disease exists in this subgroup, cardiovascular and
pulmonary comorbidities are manifest. This subgroup includes patients with moderate or
severe PH who have co-existent left heart failure with preserved ejection fraction, mild
lung disease, or metabolic comorbidities, including diabetes. Therefore, based on the
current registries, the average age range of PAH patients has recently shifted from 30-40
years to 50-70 years (29; 87).

Patients with PAH and comorbidities (systemic hypertension, diabetes, obesity with a
body mass index >30 kg/m?, ischemic heart disease), which are often associated with left
heart disease and myocardial dysfunction were studied using the COMPERA registry
(88). The authors found that instead of the risk classification based on the three-strata
model already included in the previous guideline, the four-strata model is valid in this

subgroup, as well. It can be presumed that in addition to left ventricular dysfunction, these
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comorbidities can also damage myocardial function in general and can influence RV

function.

1.5. Cytokines in pre-capillary pulmonary hypertension

1.5.1. Cytokines in the development of vascular remodelling and right

ventricular adaptation

The pathophysiological background of pre-capillary PH is only partially understood.
Although the etiologic and underlying mechanisms are different in some groups of pre-
capillary PH, common pathways can still be assumed in the background of the similar
nature of vascular remodelling and RV adaptation. Cytokines are signalling proteins
produced by tissue residential and immune cells and regulate various biological
processes. Several lines of evidence suggest that cytokines, including growth factors,
interleukins, and chemokines, are involved in the pathological changes (89).

Growth factors affect the development of vascular remodelling, the proliferation of
endothelial cells, smooth muscle cells and fibroblasts, and the formation of plexiform
lesions (90) (91). Several GFs are expressed locally in the pulmonary parenchyma and
the plexiform lesions. The expression of platelet-derived growth factor (PDGF) and
PDGF receptor was elevated in explanted lungs of patients with severe PAH (91) and the
appearance of vascular endothelial growth factor (VEGF) and VEGF receptors are
confirmed in the plexiform lesions and medial smooth muscle cells of the proximal
arteries during lung autopsies (92). Insulin-like growth factor (IGF) is a notable mitogen
of vascular smooth cells, and IGF gene depletion leads to reduced proliferation potential
in animal models (93). Other studies have proved the elevated circulating levels of these
factors in patients and found high transpulmonary gradients of these molecules,
suggesting their pulmonary production (94).

The mechanisms behind the abnormal expression of GFs in the lungs in pre-capillary PH
are only partially known, and multiple pathways have been implicated. In 80% of
hereditary PAH (HPAH), the mutations of the bone morphogenic protein receptor type 2
(BMPR2), a member of TGF (transforming growth factor) superfamily, can be identified,
and approximately 20% of sporadic IPAH patients carry this mutation. Epigenetic factors

play a role in its penetrance (95). A further 5% of HPAH patients have rare mutations in
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other genes of the TGF- superfamily, including activin-like receptor kinase-1 or endoglin.
These genetic disorders result in abnormal tissue repair and vascular remodelling caused
by the abnormal growth response of pulmonary artery smooth muscle cells and the
reduced apoptosis of endothelial cells (96). Interestingly, in the animal model of
Schistosoma infection, PAH is induced due to the pulmonary activation of TGF-3 by bone
marrow-derived thrombospondin-1 (97).

Hypoxia is a powerful stimulus for pulmonary vasoconstriction and pulmonary vascular
remodelling. The expression of VEGF and FGF (fibroblast growth factor)-2 is increased
in endothelial cells by hypoxia-induced signalling molecules (92; 98). Furthermore, the
expression of the growth differentiation factor 11, a BMP/TGF-B superfamily member, is
induced in pulmonary artery endothelial cells under hypoxia, which plays a crucial role
in developing hypoxia-related PH in animal models (99).

Exogenic stimuli including drugs and toxins have been shown to be involved in the
development of PAH. Tyrosine kinase inhibitors (TKI) such as imatinib and dasatinib are
successfully used to treat chronic myelogenous leukemia. Still, case reports found an
increased prevalence of PAH in treated patients, where PAH was (at least partly)
reversible in most cases after the cessation of therapy (88; 89). It is presumed that the
modulation of PDGF signalling by TKIs is responsible for the development of PAH (100).
Although the exact pathomechanism of vascular remodelling is unclear, the pathogenic
role of inflammatory processes may be hypothesized. PAH can be a complication of many
immunologic diseases, such as scleroderma, systemic lupus erythematosus, or infectious
diseases, such as HIV infection or schistosomiasis. Cytokines, chemokines, and other
inflammatory markers form a large group of signal proteins and seem to contribute
significantly to PH pathogenesis (89), and the presence of prevascular inflammatory
processes can be detected both in animal models and in human studies (101). Stimulation
of inflammatory processes in animal models of PH, e.g., overproduction of IL-6, leads to
the development of vascular remodelling (79). Interleukin-1p is a key cytokine that is an
important mediator of the inflammatory response. Elevated serum levels of IL-1P have
been observed in PAH patients and have been shown to correlate with worse outcomes
(102). In contrast, inhibiting some inflammatory processes, such as depletion of T helper
type 2 cells, can prevent PH (103). The complement cascade is an important element of

inflammatory processes and plays a role in developing vascular remodelling and
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perivascular inflammation in PH (104; 105). However, more studies involving animal
models and human data are needed to consider these cytokines as therapeutic targets in

pre-capillary PH.

1.5.2. The role of cytokines in cardioprotection in pre-capillary PH

Experimental and human studies described the involvement of GFs such as VEGF, TGF-
B, FGF-2, IGF-1, and PDGF in the development of PAH, but other studies (both in other
cardiac disorders and in PAH) suggested that these mediators could exert beneficial

effects on cardiac function (17).

VEGFR1 VEGFR2 TGFB1R FGFR1 IGF-IR PDGFR-c. PDGFR-B

MEK 1/2
MAPK Smad3
ERK 1/2

Attenuatlon of cardiomyocyte apoptosis
Protection against ischaemia
Improvement of mitochondrial function
\ Hypertrophy and proliferation of cardiomyocytes

J

Figure 7. Intracellular pathways of growth factors involved in myocardial

protection in pulmonary arterial hypertension

Growth factors use similar intracellular pathways in the adaptation mechanisms of the right ventricular
myocardium. These mechanisms support increased myocardial viability against ischemic and metabolic
injury and facilitate the development of adaptive myocardial hypertrophy. These processes lead to the
preservation of the right ventricular function in the early stage of PAH. VEGFR: vascular endothelial
growth factor receptor; TGFB1R: transforming growth factor - B1 receptor; FGFR: fibroblast growth
factor receptor; IGF-IR: Insulin-like growth factor-I receptor; Ras: intracellular signal transduction
protein; MEK or MAPK: mitogen-activated protein kinase; SMAD: specific intracellular signal
transduction protein; ERK: extracellular signal-regulated kinase; PI3K: phosphoinositide 3-kinase; Akt:

protein kinase B. Original work of the author. Reference is found in the main text.
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Among their multiple effects, these mediators support hypoxia-induced angiogenesis,
restrict hypoxemia-related cardiac injury, promote adaptive hypertrophy and inhibit
apoptosis of cardiomyocytes. The major intracellular pathways of GFs involved in the
pathophysiology of PH are depicted in Figure 7 (17). However, these mechanisms are
not fully elucidated and other cytokines such as apelin and IL-22 are emerging as novel
targets. We here describe the cytokines with potential cardioprotective effects in PH,

which will be in the focus of the Circulating biomarker study of this thesis.

1.5.2.1. Apelin

Apelin is the endogenous ligand of the apelin receptor (APJ), a member of the G-protein
receptor family. The precursor molecule is preproapelin, a 77-amino acid-long peptide,
and the active forms with different lengths are derived. Apelin-13, -16, -17, -19, -36.
Apelin-13, -17, and -36 exert the most prominent biological functions. Apelin is
homologous to angiotensin II; together, they regulate blood pressure and induce
myocardial and smooth muscle contraction (106). Apelin and APJ are expressed in
various organs, such as the brain's tissues, mammary glands, gastrointestinal (GI) tract,
and lungs. In the brain, the hypothalamic secretion of apelin plays a role in regulating
fluid and food intake (107). In the mammary gland, apelin messenger ribonucleic acid
(mRNA) concentration is elevated during pregnancy and lactation (108). Apelin inhibits
histamine release and, in this way, indirectly decreases acid secretion in the stomach (86)
and inhibits the glucose-induced insulin secretion in the endocrine cells of the pancreas
(109).

Serum and tissue apelin concentrations alter due to hypoxia in the lung, which is regulated
by a hypoxia-induced factor (HIF-1a) (83). In an animal model of short-term hypoxic
stimulation, apelin mRNA and apelin concentration were elevated in lung tissue (84).
Still, chronic hypoxia was associated with decreased pulmonary relative apelin
concentration (110).

Apelin has a potent positive inotropic effect (111). It has a direct vasodilatation effect and
inhibits angiotensin II-mediated vasoconstriction through an NO-dependent pathway and
decreases blood pressure (112); and also plays a role in angiogenesis and regulates energy
metabolism and fluid homeostasis (100; 103;104). It was shown in an animal model that

it can improve myocardial contraction and reduce cardiac overload by inducing
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vasodilation (113). It also has a cardioprotective effect and can inhibit the apoptosis of
cardiomyocytes (114). Importantly, in patients with ischaemic left heart failure, a reduced
myocardial level of apelin was associated with higher mortality (114).

In left heart failure, the apelin concentration is higher in the left atrial tissue than in the
LV tissue, and the atrial apelin concentration correlates with plasma apelin level (115).
Furthermore, during the progression of left heart failure, the plasma apelin concentration
showed a biphasic change: in the early functional class (FC) I-III stage it increased, but it
decreased in the later FC IV stage (107; 108).

Several research groups have investigated the role of apelin in the pathophysiology of PH
and right heart failure. It was observed that circulating apelin levels decrease, while others
noticed an increase in animal and human studies (106; 109-112). Relevant to PH, it
signals via the APJ receptor found on human vascular smooth muscle cells, endothelial
cells, and cardiomyocytes (113; 114). Hypoxia, a major factor inducing pulmonary
vasoconstriction, triggers apelin expression (116), and signalling pathways known to be
involved in the pathomechanism of PAH, such as the BMPR2 and HIF-1, also regulate
the expression of apelin and APJ (117) (118). There is some evidence that circulating
apelin can be a marker of its cardiac expression. Although pulmonary apelin content is
reduced in animals with chronic hypoxic PH, apelin content in the RV 1is increased,
showing a positive correlation to RV pressure. Furthermore, plasma apelin does not
correlate with total pulmonary apelin but presents a weak association with RV apelin
content (110). The studies suggest that vascular endothelial cells and atrial tissue are the
main sources of serum apelin in PH.

In the monocrotaline-induced animal PH model, apelin administration can delay the
progression of RV hypertrophy and diastolic dysfunction (117); in the human
examination, systemic apelin infusion caused a short-term increase in CO and decrease
in PVR in PAH patients (119).

Thus, based on the altered serum concentration of apelin in left heart failure and its altered
serum levels in previous studies in PH, a two-phase change in apelin production can be
speculated in PH. However, data on circulating apelin levels in patients with PH are
limited, and prior research studies on the biomarker role of apelin did not provide

consistent results.
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1.5.2.2. Interleukin-22 and interleukin-22 receptor

IL22 is a member of the IL10 family and is produced by Th1, Th17, Th22, dendritic cells,
and innate lymphoid cells (120). It binds to the heterodimeric 1L22 receptor (IL22R)
complex. It activates the signal transducer and activator of transcription (STAT) 3
transcriptional factor, which triggers signalling via the Janus kinase/STAT, extracellular
signal-regulated kinase, phosphoinositide 3-kinase/protein kinase B pathways (121). The
receptor can be found in the skin, lung, small intestine, liver, colon, kidney, and pancreas
and is upregulated in response to inflammatory stimuli (122). Conversely, IL22 signalling
is involved in neoplasm formations in various cancers, including lung, skin, colorectal,
and breast cancers. Furthermore, pathomechanistic steps and disease severity in atopic
dermatitis have been linked with IL22 activity (123). On the other hand, as IL22 is
expressed by immune cells, it is also involved in adaptive and innate immune processes,
such as inducing antimicrobial peptide expression on epithelial surfaces (118). It also
protects intestinal epithelial integrity, alleviates inflammation, and prevents intestinal
bacterial infection in mice (124).

The decoy receptor, IL22RA2, or IL22 binding protein (IL22BP) inhibits [L22 from
binding to IL22R, as it has a much higher affinity for IL22 than IL22R (125). It is
expressed in immune cells, dendritic cells, B cells, macrophages (121), and various
human tissues, including the placenta, skin, inflamed appendix, lung, gastrointestinal
tract, lymph node, thymus, and spleen (126). It provides negative feedback to the effects
of IL22 stimulation, and for instance, the downregulation of IL22RA2 leads to the
development of colon cancer in mice (127). However, it was also shown that [L22RA2
has a pro-inflammatory role and impairs epithelial barrier function, likely through
interaction with IL22, and exacerbates influenza infection and bacterial superinfection in
the lungs (128). Furthermore, IL22 was shown to protect against, while IL22RA2
aggravated liver fibrosis and cirrhosis in patients with chronic liver infections (129).
IL22 signalling has also been studied in cardiac conditions. IL22 directly activates the
IL22R subunit 1-STAT3 signalling pathway on cardiomyocytes, and IL22 treatment
reduces infarct size after ischemia-reperfusion injury (130). Protein expression of the
IL22R complex is increased in the cardiac tissue after acute ischemia, and IL22 prevents
cardiac rupture by regulating local inflammatory cells and extracellular matrix

metabolism (131). Serum IL22 concentration was higher in patients with heart failure of
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mixed aetiologies compared to the control group. Interestingly, it showed a negative
correlation with the progression of heart failure, and its concentration was lower in the
advanced state of heart failure (132).

Regarding PH, IL-22 expression was upregulated in the lung tissue in an experimental
model of PH (131), and serum IL22 concentration was elevated, which decreased after
treatment with an endothelin receptor antagonist (133) found in a mixed population of
patients with PH, with no difference among the clinical groups (133). Importantly, 1L22
concentration proved to predict the presence of PH in patients (133). In addition, elevated
serum IL22 concentration was reported in patients with scleroderma combined with PAH
or ILD compared to patients without lung involvement or control subjects, respectively
(134). However, PAH was suspected after echocardiographic examination, and RHC was
not done, which suggests a likelihood of false positive diagnoses of PAH in this study.
Importantly, IL22R expression was confirmed on pulmonary artery vascular smooth
muscle cells (SMCs), and IL22 stimulation led to cell growth (119). Moreover, PH in rats
was associated with pulmonary artery SMC IL22 expression (135), suggesting a role of
this cytokine in arterial remodelling.

These data imply that IL22 signalling can be a novel, yet less studied pathway in the
pathophysiology of PH, however, less is known about the role of IL22R A2 in this process.
Crnkovic et al. found that IL22RA2 expression was increased in RV tissue in hypoxia-
induced RV remodelling, with expression localized to cardiomyocytes (136). In line with
this, the same authors reported a higher serum level of IL22RA2 in patients with IPAH.
It was suggested that this phenomenon might be linked with a protective mechanism
compensating the inflammatory stimulus by IL22 to prevent the development of fibrosis
in RV and promote compensated ventricular remodelling (136). Nonetheless, no data on
circulating IL22RA2 concentration are available in other clinical groups of PH, and its

dynamics after improvement in the pulmonary haemodynamic of patients is not known.

1.5.2.3. Vascular endothelial growth factor

Members of the VEGF family, including VEGF-A (generally VEGF), -B, -C, -D, -E, and
the placental growth factor, play considerable roles in angiogenesis (137). VEGF-A is the
most potent angiogenic factor and it is produced in high amounts in the adult lung. The

tyrosine kinase VEGF receptors are VEGFR-1 (Flt-1), VEGFR-2 (KDR/FIlk-1) and
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VEGFR-3 (FLT-4). VEGFR-1 and VEGFR-2 are expressed in vascular endothelial cells,
and upon activation, they induce signals for proliferation, migration, and remodelling.
Many cell types, including macrophages, platelets, keratinocytes, and renal mesangial
cells, express vascular endothelial growth factors. VEGF is involved in a wide range of
normal physiological processes. It induces the formation of vascular structures, wound
healing, tissue repair, and skeletal muscle development (138; 139).

In PH, the main trigger of VEGF and VEGFR expression is hypoxia (140; 141) and
sources include vascular endothelial and myocardial cell. The overexpression of VEGF-
A or VEGF-B in the lungs can partially restore endothelium-dependent function and
ameliorate PAH in an animal model of chronic hypoxia (141;142). VEGF can be
generated in the myocardium in response to myocardial ischemia (141).

VEGF was suggested to be involved in forming plexiform lesions as this cytokine,
produced by the modified smooth muscle cells of the plexiform lesions and the medial
smooth muscle cells, can activate pulmonary endothelial cells expressing the VEGF
receptor (142; 143). In support, VEGFR-2 blockade, combined with chronic hypoxia,
resulted in the development of severe PAH in an experimental model due to pre-capillary
arterial occlusion induced by proliferating endothelial cells (144).

The VEGFR-1 and VEGFR-2 are expressed both on pulmonary vascular endothelial cells
and also on cardiomyocytes, at least in rat models of PH (145), suggesting that VEGF
stimulation can induce acute or chronic cardiac effects either by directly acting on
cardiomyocytes or by exerting vascular effects. These receptors activate known
cytoprotective pathways in myocytes, such as the MEK1/2-Erk1/2-p90™ (146; 147),
which promotes cell survival by increasing the adhesive interactions between
cardiomyocytes and extracellular matrix components (148). In an animal model of
hypoxia-induced PH, an increased level of VEGF mRNA has been demonstrated in the
myocardium, suggesting that VEGF may be one of the factors in the development of
hypoxia-induced angiogenesis as shown by an increase in the number of capillaries per
myocyte (145). In support, compared to control animals, VEGF mRNA expression was
increased in rat RVs with adaptive hypertrophy, but it was unchanged in RV failure (149).
Moreover, administering VEGF to the isolated rat heart's recovery solution can improve

the myocardium's functional recovery after ischemia-reperfusion injury (150).
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Specifically, increased circulating VEGF concentration was measured in patients with
IPAH compared to controls (151; 152). In patients, there was a significant positive
relationship between plasma VEGF concentrations and the TAPSE, an echocardiographic
marker of RV systolic function (152). In other words, patients with better right heart
function had higher circulating VEGF values, suggesting a possible role for this mediator
in protection against the development of RV failure. In line with this, in an experimental
model of LV hypertrophy, the overexpression of VEGF using a viral vector resulted in
the preservation of cardiac function (151). Interestingly, the plasma VEGF levels of
patients did not change after three months of PAH-targeted therapy (153), although
treatment was associated with a decrease in pulmonary vascular resistance and an

improvement in CI.

Table 5. Summary of evidence of the involvement of apelin, VEGF and IL22RA2 in pulmonary
hypertension

Apelin Ref VEGF Ref IL22RA2 Ref
Regulation eHypoxia (116) eHypoxia (140) ePro-, anti- (155)
eHIF-10 (154) (141) inflammatory
¢BMPR2 effects
Sources eVascular (156) eVascular (157)  eImmune cells (155)
endothelial cells endothelial (158)  eVarious organs (135)
cells e.g. lungs (104)
oRV tissue
e Atrial tissue (115) eMyocardium (141)
(156)
Circulating  eBiphasic change — (159) elIncreasedin  (153)  eImmune cells (136)
concentration increased in early IPAH (152)  eVarious organs  (133)
phase, decreased e.g. lungs (134)
in advanced phase RV tissue
eDecreased serum  (160) eCorrelation (152)
apelin-13 level in with systolic
severe IPAH RV function
eCorrelation to (115) eNo change (153)
atrial apelin level after
pulmonary
vasodilator
therapy

elncreased apelin- (161)
17 serum level in
IPAH
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Table 5. continued

Apelin Ref  VEGF Ref IL22RA2 Ref
Vascular eInhibition of (154) Formation of  (27)
remodelling endothelial cells  (162) plexiform (143)
Effect/known  apoptosis and lesions (142)
intracellular  proliferation /
mechanism PI3-K/AKT
pathway
eNO-dependent (116)
vasodilatation/AK (163)
T, AMP kinase
Right heart  ePositive inotropic (111)  eDirect (147)  eMight (136)
adaptation effect/ (164)  cytoprotective compensate for
Effect/known phosphorylase C, effect / myocardial
intracellular  protein kinase C, MEK1/2- fibrosis
mechanism Na'/H" exchange, Erk1/2-p90rsk eMight promote
Na*/Ca* adaptive
exchange myocardial
remodelling
eattenuated (165) elInteractions (148)
apoptosis of (166) between
myocardial cells cardiomyocyte
/PI3K/AKT s and
pathway extracellular
matrix
components /
pl25FAK

AKT- protein kinase B; BMPR- bone morfogenetic protein receptor; ERK - extracellular signal-regulated kinases;
ERA - endothelin receptor antagonist; HIF — hypoxic induced factor; IL22 — interleukin 22; IL22R- interleukin
22 receptor; IPAH: idiopathic pulmonary arterial hypertension; MEK - mitogen-activated protein kinases; NK
cell — natural killer cell; NO - nitric oxide; PI3-K-phosphatidylinositol 3-kinase; RV- right ventricle; TGF:
transforming growth factor; VEGF: vascular endothelial growth factor
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2. Objectives

2.1.  Inthe Right ventricular work study, we aimed to determine if the right ventricular
stroke work index (RVSWI)

1. isassociated with pulmonary vascular resistance in a mixed population of patients
with and without pre-capillary PH.

2. differs in patients newly diagnosed with pre-capillary PH compared to control
subjects.

3. is different in untreated PAH and CTEPH or influenced by the presence of
comorbidities which can alter myocardial function.

4. measured at diagnosis predicts clinical response to specific therapies in PAH and
CTEPH.

2.2.  In the Circulating biomarker study, we aimed to assess the blood concentrations
of apelin, [L22RA2 and VEGF, which have potential links to myocardial function, and
to determine if
1. these cytokines can distinguish newly diagnosed patients with pre-capillary PH
from control subjects.

2. circulating cytokine levels are associated with clinical, hemodynamic and
echocardiographic parameters at the diagnosis of pre-capillary PH.
3. changes in blood biomarker concentrations are related to the changes in patients’

clinical and echocardiographic parameters following specific treatment.
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3. Methods

3.1. Subjects and study design

In our studies, pre-capillary PH patients were recruited, and patients with PH due to left
heart disease and PH with unclear and/or multifocal mechanisms were excluded (18).
During the diagnostic work-up, patients underwent detailed examinations, including
collecting previous medical data, echocardiography, pulmonary angio-CT, lung
perfusion/ventilation scans, RHC, lung function tests, blood tests, 6-minute walk test
(6MWT) and determination of FC (1). In addition, venous blood samples collected only
at diagnosis were stored for cytokine measurements. Lung diseases were diagnosed by a
pulmonary specialist of our ILD Team when necessary. Pre-capillary PH was established
according to applicable guidelines (1).

In the Right ventricular work study, we collected data from patients undergoing RHC due
to suspected PH and treated PH patients who needed re-evaluation of their pulmonary
hemodynamic status at the Cardiopulmonary Unit (Department of Pulmonology,
Semmelweis University Clinical Centre) between January 2020 and March 2023.
Suspected PH was defined as increased maximal velocity of tricuspid regurgitation
(Vmax>3.4 m/s) or moderately elevated maximal velocity (2.9m/s<Vmax<3.4 m/s) with
other signs of right heart dysfunction (RV>32 mm, D sign, and TAPSE < 18 mm) on
echocardiography.

Based on 2022 ESC/ERS guideline pre-capillary PH was defined as mPAP > 20 mmHg,
PAWP < 15 mmHg, and PVR > 2 WU during RHC (1). Patients with postcapillary
pulmonary hypertension (PH) and PH associated with lung diseases and/or hypoxia were
excluded from the study. PAH was diagnosed after the exclusion of other possible causes
(1). CTEPH was defined as pre-capillary PH with thromboembolic origin based on
imaging (chest CT and lung perfusion scans). Patients with normal hemodynamic
parameters were described as ‘“non-PH”. Patients with abnormal hemodynamic
parameters and who did not fulfill PAH or CTEPH criteria were excluded from the study.
Due to the possible influence of the changes in intrathoracic pressure and lung compliance
on the PVR results, group 3 PH patients were also excluded from this study. In PAH, we
evaluated the proportion of specific subgroups. In CTEPH, after a radiologist expert's

review of chest CT images, we assessed the extent of thromboembolism and the
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involvement of the pulmonary branches of the proximal and distal arteries based on the

guideline criteria (1).

Screened diagnostic or follow-up RHC cases
n=117
(01.01.2020-31.03.2023)

Vascular resistance substudy
Diagnostic or follow-up RHC cases n = 86
(01.01.2020-31,12,2022)
PAH+CTEPH RHC cases n =75
Non-PH RHC cases n =11

Comorbidities substudy
Newly diagnosed PH cases
(01.01.2020-31.03.2023)
PAH+CTEPH cases n= 54
+

Control group: non-PH cases n =11

]

| Followed-up PH cases n = 37

Figure 8. Patient selection algorithm in Right ventricular work study

During the entire study period, diagnostic and follow-up RHC examinations were performed in various PH
groups. Non-PH and PH patients with diagnostic and follow-up RHC were included in the Vascular
resistance substudy, and some of our patients had multiple RHCs at different times. In the Comorbidities
substudy, only newly diagnosed and non-treated PH patients participated in addition to the non-PH control
group. CTEPH: chronic thromboembolic pulmonary hypertension, PAH: pulmonary arterial hypertension,
PH: pulmonary hypertension, RHC: right heart catheterization

We examined the data in two substudies. In the first Vascular resistance substudy, we
aimed to investigate the work of RV at different degrees of right heart afterload regardless
of whether PH exists. This analysis included data from a larger population of non-PH,
newly diagnosed, or already treated PAH and CTEPH patients who underwent RHC. We
evaluated the relationship between RVSWI and PVR, the most important hemodynamic
parameter in determining the severity of vascular changes.

In the second, Comorbidities substudy, we included only newly diagnosed, untreated
PAH and CTEPH patients. We examined the association of RVSWI with clinical
parameters, comorbidities, and mortality risk score at diagnosis. At follow-up, we studied
the changes in clinical parameters when patients were divided into low- and high-RVSWI
subgroups based on values at diagnosis. The patient selection flow chart is shown in
Figure 8.

In the Circulating biomarker study, newly diagnosed pre-capillary PH (PAH, CTEPH,
and PH associated with lung disease) patients and non-PH volunteers as control subjects

were enrolled at the Cardiopulmonary Unit, Department of Pulmonology, Semmelweis
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University, Budapest, Hungary, between June 2017 and September 2020. The 2015
ESC/ERS guidelines confirmed pre-capillary PH i.e. mPAP>25 mmHg and PAWP<15
mmHg (18). For some PH patients, echocardiography, 6MWT, and blood tests were
repeated, and venous blood samples were stored during control visits after therapy.
Control subjects did not have signs of heart failure and did not have any uncontrolled
chronic medical conditions. Medical history was taken, echocardiography and lung
function tests were performed, and blood samples were stored for later analysis (Figure

9).

RHC cases n = 146
(01.07.2017-30.09.2020)

Excluded cases due to: |

« Posteapillary PH

+ PH due to unclear mechanisms (group 5. |+

+ Follow-up RCH cases with specific therapy
n=107

v

Newly diganosed pre-capillary PH
cases n =39
Apelin mesurements n = 39 e -{
1122RA2 measurements n= 39
VEGF measurments n= 38

Control group
Non-PH volunteers n = 12

:
Follow-up PAHFCTEPH casesn=16 |

Figure 9. Patient selection algorithm in Circulating biomarker study

RHC examinations were performed in all PH groups with diagnostic and follow-up indications during the
study period. Non-PH, post-capillary PH, and pre-capillary PH patients with specific pulmonary
vasodilators were excluded. In the follow-up period, 16 PAH and CTEPH patients were examined with
specific pulmonary vasodilator therapy. CTEPH: chronic thromboembolic pulmonary hypertension,
IL22RA2: interleukin22 receptor agonist, PAH: pulmonary arterial hypertension, PH: pulmonary
hypertension, RHC: right heart catheterization, VEGF: vascular endothelial growth factor

3.2. Data collection and measurements

General data collection: We collected demographic data (age, body surface area, sex),
results from RHC, echocardiography, and laboratory examinations, and 6MWT and
functional classes were also recorded. In addition, mortality risk was evaluated based on
the four-strata model at baseline and follow-up (72;73).

Right heart catheterization: The investigation was performed with the patient in a supine
position, and the pressure transducer was set to zero at the mid-thoracic level. Routine
parameters were registered, including RAP, RV pressure, PAP and PAWP. CO was

measured using thermodilution. During the catheterization of IPAH patients,
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vasoreactivity tests were done with inhaled iloprost for 15 minutes. Furthermore, the
stroke volume (SV = CO/heart rate), SV index (SVI=SV/body surface area), PVR =
(mean PAP-PAWP)/CO, and the CI = CO/body surface area were calculated (18; 169).
Additional parameters were determined to assess the severity of pulmonary arterial
remodelling and systolic RV function, including pulmonary arterial compliance (PAC =
SV/(systolic PAP — diastolic PAP)) (167).

In the Circulating biomarker study, RVSWI was calculated as (mean PAP—RAP) x SVI
x 0.0136 (168), while in the Right ventricular work study, the RVSWI was determined
according to Chemla et al. (RVSWI = (1.25xmPAP - RAP) x SVI) (85).
Echocardiography: Echocardiography was performed with the Mindray DC-70 X-Insight
instrument (Shenzhen Mindray Bio-Medical Electronics Co., Shenzen, China). We
evaluated the RV outflow tract velocity-tome integral (RVOT VTI) using the pulsatile
Doppler curve in the parasternal short-axis view. From the apical 4-chamber view, we
measured the RA area (RAA). TAPSE was acquired by placing an M-mode cursor
through the tricuspid lateral annulus and measuring the amount of maximal longitudinal
motion of the annulus. We calculated the right atrial-ventricular pressure gradient from
the peak velocity of TR tracings. We estimated the systolic pulmonary pressure (SPAPe)
by adding the RAP to the pressure gradient according to the ASE recommendation based
on the size and the change of the inferior vena cava during respiration (1; 169; 170).
RV/PA coupling was determined from echocardiographic parameters as a ratio of
TAPSE/sPAPe. The cut-off value of 0.32 separates the normal coupling group
(TAPSE/sPAPe > 0.32) from the uncoupling group (TAPSE/sPAPe <0.32) (171; 172)
Assessment of comorbidities: The presence of specific comorbidities that are often linked
with left heart disease, especially heart failure with preserved ejection fraction, i.e. arterial
hypertension, diabetes mellitus, coronary heart disease, and obesity (defined by a body
mass index >30 kg/m?) were recorded according to Rosenkranz et al. (88). These
comorbidities had been diagnosed before the diagnostic workup due to suspected PH.
Blood tests: N-terminal pro-brain natriuretic peptide (NT-proBNP) concentration and
arterial blood gases were measured in patients.

Enzyme-linked immune-assay (ELISA) measurements in the Biomarker study: Serum and
EDTA plasma were collected from subjects, spun down at 3000 rpm for 10 minutes, and

stored at -80°C for later analysis. Serum samples were used to quantify VEGF-A (8) and
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apelin. At the same time, [L22RA2 concentration was measured in plasma (15) using
commercially available assays according to the manufacturer’s instructions (VEGF-A:
Human VEGF ELISA kit, Proteintech Europe, Manchester, UK, detection limit: 6.5
pg/ml; apelin (detecting all active forms including apelin-36, apelin-31, apelin-28 and
apelin-13): RayBio Human/Mouse/Rat Apelin C-Terminus Enzyme Immunoassay Kit,
RayBiotech, Norcross, GA, USA, detection limit: 15.8 ng/ml; IL22RA2: RayBio Human
IL-22BP ELISA Kit, RayBiotech, Norcross, GA, USA, detection limit: 1.64 ng/ml).
Lung function tests: All subjects performed spirometry and body plethysmography, and
lung diffusing capacity was measured simultaneously (173).

6-minute walk testing: 6MWT was performed in a standard 20-m-long corridor with
continuous oxygen saturation and heart rate monitoring. Before and after the test, blood

pressure and Borg score were determined (174).

3.3. Statistical analysis

Subject characteristics were analysed using t-test, Mann-Whitney U-test, ANOVA or the
one-way Kruskal-Wallis ANOVA with Bonferroni post hoc analysis or chi square test.
Data were expressed as mean + standard deviation. Cytokine concentrations did not show
a normal distribution (either before or after log transformation); the Mann-Whitney test,
Wilcoxon signed rank test, Kruskal-Wallis test with Dunn’s post hoc analysis and
Spearman correlation were used to assess the relationship between cytokine
concentrations and clinical factors. Data are expressed as median (interquartile range).
For data analysis and electronic artwork creation, the GraphPad Prism 9.1 software
package was used (GraphPad Software, San Diego, USA). The ability of apelin to identify
patients with PH was assessed with the receiver operating characteristic (ROC) curve and
optimum cut-off values were chosen using the Youden index (MedCalc version 19.,
MedCalc software Ltd, Ostend, Belgium). In the Right ventricular work study the
Spearman-method was used to assess correlations, and data were analyzed with (SPSS
28.0 (IBM SPSS Statistics, Chicago, USA). Missing data were not used in the
calculations. Follow-up time was calculated according to Schemper and Smith (175).

p<0.05 was considered significant.
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4. Results
4.1. Right ventricular work study

4.1.1. Vascular resistance substudy

4.1.1.1. Patient characteristics
Between 01 January 2020 and 31 December 2022, we performed 86 RHC examinations
due to suspicion of PH as part of the diagnostic workup, or it was indicated as a follow-

up examination in patients already treated with pre-capillary PH.

Table 6. General characteristic and haemodynamic parameters

Variable Value
Right heart catheterization, N 86
Sex, male/female, N 27/55
Age, years 58.5+14.2
BSA, kg/m? 1.9£0.3
mPAP, mmHg 43+£16
sPAP, mmHg 67+25
dPAP, mmHg 28+13
RAP, mmHg e
PAWP, mmHg 10+4
SVI, mL/m?/beat 34+9
CL L/min/m? 2.6+0.7
PVR, Wood Unit 7.4+4.2
RVSWI, g/m?/beat 1520+694

BSA: body surface area, CI: cardiac index, N: number, s/m/dPAP: systolic/mean/diastolic pulmonary artery
pressure, RAP: right atrial pressure, PVR: pulmonary vascular resistance, PAPW: pulmonary arterial wedge
pressure, RAP: right atrial pressure, RVSWI: right ventricular stroke work index, SVI: stroke volume index.
Adopted from (176) under the terms of the Creative Commons Attribution Non-Commercial Licence 4.0

(http://creativecommons.org/licenses/by/4.0/).

Significant pre-capillary PH was found in 71 patients (75 incident cases) because RHC
was repeated in 4 patients. PAH was diagnosed in 47 cases, and CTEPH in 28 patients.
PH was not confirmed in 11 cases (2 men, 9 women, average age 62.6+11.4 years). We

used the results of all 86 RHC cases in our subanalysis (Table 6).
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4.1.1.2. Association of RVSWI with pulmonary vascular resistance

We found a moderate positive correlation between RVSWI and PVR (Figure 10).
However, the curve suggests a biphasic relationship with 10.4 WU as the breaking point,
1.e., below 10.4 WU, the relationship is positive. In comparison, above 10.4 WU, there
seems to be a negative association between RVSWI and PVR. In addition, coupling could
be assessed based on the TAPSE/sPAPe ratio in 84 patients. Only one patient in the
subgroups of PVR > 10.4 WU (N=19) presented with coupling (5%), while 38 out of the
63 patients had coupling in the subset with PVR < 10.4 (60%, p<0.001, Fisher's exact
test).

p<0.001
4000 r=0.41
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Figure 10. Biphasic relationship between RVSWI and PVR.

We found a significant association between RVSWI and PVR (Spearman’s correlation). During the
progression of PVR, RVSWI also increases in the left part of the curve. After the inflection point of
PVR=10.4, RVSWI decreases when PVR further rises. RVSWI: right ventricle stroke work index, PVR:
pulmonary vascular resistance, WU: Wood unit. Adopted from (176) under the terms of the Creative

Commons Attribution Non-Commercial Licence 4.0 (http://creativecommons.org/licenses/by/4.0/).
4.1.2. Comorbidities substudy
4.1.2.1. Patient characteristics

One hundred seventeen patients were screened for the study, and 65 were enrolled based
on the inclusion and exclusion criteria. Out of the enrolled patients, 30 had PAH
(idiopathic: N=20, associated with portal hypertension: N=2, drug-induced: N=1,

associated with congenital heart disease: N=5, associated with connective tissue disease:
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N=2), 24 had CTEPH (proximal obstruction: N=11, distal obstruction: N=13), and 11
were ascribed to the control group. The median time between diagnosis and the end of
clinical observation was 12 months (min-max: 3-17 months). PAH and CTEPH patients

had higher haemoglobin and NT-proBNP values compared to control patients (p<0.05)
(Table 7).

Table 7. Patient characteristics

PAH+CTEP

Variables Clgitlrlol N:154 p-value 11\;;&;—5 C;E;H p-value
Male % 18 % 40 % p<0.05 27 % 50% p<0.05
Age, years 60+11 59+13 0.47 63+13 58+10 0.10
BSA, kg/m? 1.9+0.4 1.9+0.2 0.49 1.8+0.2 2.0+0.2 p<0.05
6MWD, m 322+181 311+189 0.36 295+171 360+184 0.09
Echocardiographic parameters
sPAPe, mmHg 39+13 66+20.2 p<0.001 65+16.8  68.5+£23.5 0.14

RV diam, mm 30.6+3.8 40.6+8.6 p<0.001 40.6£8.6  40.4+8.4 0.35
RA area, cm? 19.4+4.7 25.548.1 p<0.05 25.4+8.4 25.7£7.3 0.31
TAPSE, mm 23.6+4.2 18.6£5.8 p<0.05 19.1+6.4 18.1+4.7 0.56

RVOT VTL,cm  13.4+2.8  12.7+5.4 0.09 14.0+6.2  11.443.6  0.14
Laboratory tests
NT;’;/OH?INP’ 323117 234442959  p<0.05 23353401 2354x2312  0.48
GFR, ml/min 84+14 72419 0.07 71£19 73419 0.43
Hgb, g/L 128+16 152419 p<0.05 151420 15217 0.33
GOT, U/L 32420 27+13 0.14 28+10 27+15 0.11
GPT, U/L 26+17 27425 0.44 27+19 27431 0.47
Art. pH 7434002 7.41£0.04 0.14  7.41£0.03 7.41£0.04 031
Pa0,, mmHg 64+12 6215 0.5 63+16 62+13 0.48
PaCO,, mmHg 3545 35+7 0.44 3546 3547 0.37

Data are presented as mean + standard deviation. Control vs Total PH and PAH vs. CTEPH groups were compared with T
test, Art. PCOa: Arterial carbon dioxide pressure, Art. POa: arterial oxygen pressure, BSA: body surface area, CTEPH: chronic
thromboembolic pulmonary hypertension, GFR: glomerular filtration rate, GOT: glutamic-oxaloacetic transaminase, GPT:
glutamic-pyruvic transaminase, Hgb: haemoglobin, NT-proBNP: N-terminal prohormone of brain natriuretic peptide, PAH:
pulmonary arterial hypertension, sPAPe: estimated pulmonary arterial systolic pressure, RA: right atrium, RV: right ventricle,
RVOT VTI: right ventricular outflow tract velocity-time integral TAPSE: tricuspid annular plane systolic excursion, S MWD:
6-minute walk distance. Adopted from (177) under the terms of the Creative Commons Attribution Non-Commercial Licence

4.0 (http://creativecommons.org/licenses/by/4.0/).

SvO> was markedly higher in the PAH group than in CTEPH (Table 10). We did not find
vasoreactivity in any IPAH patients. RVSWI was higher in both PAH and CTEPH
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patients compared to the control group, but RVSWI showed no difference between the

PAH and CTEPH groups (Table 8).

. PAH+
Variables Control CTEPH PAH CTEPH p

sPAP, mmHg 27.3£6.9 69.7£19.3 68.2+20.2  71.5+17.3 0.13
dPAP, mmHg 94+3.8  28.849.4 28.5+£9.6 29.249.1 0.15
mPAP, mmHg 16.3+2.6 43.9+11.6 43.1+12.3  44.8+104 0.12

RAP, mmHg 17438 7.8+47  72+43  85:49  0.16
PAWP,mmHg  5.6+37 95437  9.0+38  10.143.4 027
CI, L/min/m? 28£0.6 24406 25505 24407 027
PVR, WU 20408 8341 82442 84434 039
PAC,mL/mmHg 58448 17409  17:09 1812 043
ﬁﬁfﬁﬁi’m Lz 7045140 14084391 14064342 14094470 0.98
SV0,% 755455  67£10  69.2+10.1  64£9.1  <0.05

Data are presented as mean + standard deviation. Control vs Total PH and PAH vs. CTEPH
groups were compared with T-test. CI: cardiac index, CTEPH: chronic thromboembolic PH, p:
p-value, PAC: pulmonary arterial compliance, PAH: pulmonary arterial hypertension
s/d/mPAP: systolic/mean/diastolic pulmonary artery pressure, PAWP: pulmonary arterial
wedge pressure, PVR: pulmonary vascular resistance, RAP: right atrial pressure, RVSWI: right
ventricular stroke work index, SVO,: mixed venous oxygen saturation. Adopted from (177)
under the terms of the Creative Commons Attribution Non-Commercial Licence 4.0
(http://creativecommons.org/licenses/by/4.0/).

4.1.2.2. Association of RVSWI with clinical parameters, comorbidities and

mortality risk score at diagnosis

We found no correlation between RVSWI and hemodynamic (PVR, PAC, SvO»),
echocardiographic (TAPSE, RV diameter, RAA, RVOT VTI, eccentricity index), and
other clinical parameters (age, NT-proBNP, FC, 6MWD) at baseline in all patients with
PH or in the subgroup of CTEPH (p>0.05 for all parameters, data not shown).

However, in patients with PAH, RVSWI was related to the eccentricity index (r=0.48,
p=0.01). Furthermore, RVSWI showed no difference in patients with coupling and
uncoupling (coupling: 1386+426 mmHg*mL/m? N=19 vs. uncoupling: 1421+389
mmHg*mL/m?, N=35, p=0.76).

46



Table 9. Subgroup analysis based on the presence of comorbidities at diagnosis

PH with PH without
Variables comorbidities comorbidities P-value
N=31 N=23
Age, years 62+11 55+14 <0.05
6MWD, m 284+196 367+146 0.13
NT-proBNP, pg/ml 241843613 2249+1693 0.84
Hemodynamic parameters at diagnosis
sPAP, mmHg 64.8£18 76.2+18.6 <0.05
dPAP, mmHg 27.5+89.4 30.6+9.1 0.23
mPAP, mmHg 41.1+11.3 47.6+10.7 <0.05
RAP, mmHg 8.9+4.6 6.3+4.3 <0.05
PAWP, mmHg 10.4£3.2 8.3+3.9 <0.05
CI, L/min/m? 2.6£0.6 2.2+0.5 <0.05
PVR, Wood Unit 6.7£3.5 10.3£3.9 <0.05
PAC, mL/mmHg 2.0£1.1 1.4+0.7 0.13
SVO02,% 68=11 65+8 0.26
RVSWI, mmHg*mL/m? 1323+378 1513+391 <0.05
Echocardiographic parameters at diagnosis
TAPSE, mm 19.4+6.2 17.6+4.6 0.24
RV diameter, mm 40.1£8.5 41.2+8.6 0.66
RA area, cm? 25.848.2 25.1£7.5 0.76
RVOT VTI, cm 13.8+£5.8 11.0+£3.7 0.08

Data are presented as mean + standard deviation. PH with and without comorbidities groups were
compared with T-Test. CI: cardiac index, NT-proBNP: N-terminal prohormone of brain natriuretic
peptide, PAC: pulmonary arterial compliance, s/d/mPAP: systolic/mean/diastolic pulmonary artery
pressure, PVR: pulmonary vascular resistance, RA: right atrium, RAP: right atrial pressure, RV: right
ventricular, RVOT VTI: right ventricular velocity time integral, RVSWI: right ventricular stroke work
index, SVO,: mixed venous oxygen saturation, TAPSE: tricuspid annular plane systolic excursion,
6MWD: 6-minute walk distance. Adopted from (177) under the terms of the Creative Commons

Attribution Non-Commercial Licence 4.0 (http://creativecommons.org/licenses/by/4.0/).

We examined the association between RVSWI and the presence of comorbidities that
potentially modify cardiomyocyte function. Thirty-one patients (CTEPH N=14,
PAH=17) had at least one comorbid condition at the time of PH diagnosis, all were well-
controlled with adequate treatment (1 comorbidity: N=15, 2-4 comorbidities N=16, Table
9). Comorbidities included systemic hypertension (N=26), diabetes mellitus (N=10),
coronary heart disease (N=7), and obesity (N=8). Patients with comorbidities were older
and had less severe PH (characterized by lower values for mPAP, PVR and higher CI)
than patients without comorbidities. However, RAP and PAWP were higher in the
comorbid group than in patients without accompanying diseases. Of note, RVSWI was

decreased in comorbid patients compared to patients with no comorbidities (1323384
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vs. 15224400, mmHg*mL/m?, p=0.04). Furthermore, patients with PAH and a
comorbidity (N=17) had lower RVSWI than PAH patients without comorbidities (N=13,
p=0.001), as shown in Figure 11. Still, no difference was noted between comorbid and

non-comorbid patients with CTEPH (p=0.37).
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Figure 11. RVSWI at diagnosis between patients with and without comorbidities.
Mean with standard deviation is shown, groups are compared with unpaired t-test. *p<0.05, ***p<0.001.
CTEPH: chronic thromboembolic pulmonary hypertension, PAH: pulmonary arterial hypertension,
RVSWI: right ventricular stroke work index. Adopted from (177) under the terms of the Creative Commons

Attribution Non-Commercial Licence 4.0 (http://creativecommons.org/licenses/by/4.0/).

At diagnosis 10, 12, 19, and 13 patients were grouped into having a low, intermediate-
low, intermediate-high, and high mortality risk, respectively. RVSWI did not differ in
groups with different mortality risk (low: 13684382 vs. intermediate-low: 13524408 vs.
intermediate-high:1529+416 vs. high:1311+382 mmHg*mL/m?; p=0.82).

4.1.2.3. Baseline RVSWI and parameters at clinical follow-up

Out of the PAH and CTEPH groups, 37 patients completed clinical visits with follow-up
measurements within 12 months after initiating adequate therapies or following surgical
interventions. Pharmacological treatments are shown in Table 10. Out of the CTEPH
patients, one underwent balloon pulmonary angioplasty, and one patient had a pulmonary
endarterectomy before the follow-up visit. The other 17 patients from the study
population either did not receive pulmonary vasodilator therapy because of early disease

stage (N=5, mPAP: 21-24 mmHg), or they had inadequate compliance to treatment (N=5)
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or had received specific therapy for less than six months (N=7), so their control
examinations not yet available at the end of the observation period.

Patients were divided by the median RVSWI value (1450 mmHg*mL/m?) at diagnosis
(Table 12). More severe PH with increased PAP but increased CI were found in the high-
RVSWI (>1450 mmHg*mL/m?) than in the low-RVSWI subgroup (<1450
mmHg*mL/m?). We analyzed the change in mortality risk score after short-term follow-
up (median: 12; range 3-17 months). The improvement in the risk score was higher in the
high-RVSWI group than in the low-RVSWI group, and we noted a trend for a higher
improvement in NT-proBNP in the high-RVSWI patients (Table 10).

Table 10. Follow-up data of based in the subgroups based on baseline RVSWI
values

Low-RVSWI High-RVSWI

Variables aroup N=18 group N=19 P-value
Baseline mortality risk stratification parameters

PAH/CTEPH, N 10/8 11/8 1.00
6MWD, m 3044205 331+150 0.83
FC 2.8+0.7 2.840.5 0.79
NT-proBNP, ng/ml 288242806 2426+3579 0.78
Mortality risk score 2.6+0.9 2.8+0.5 0.79
Baseline haemodynamic parameters

sPAP, mmHg 69.6£14.8 82.6+14.5 <0.001
dPAP, mmHg 27.6+£7.0 35.248.3 <0.001
mPAP, mmHg 43.2+8.4 52.248.9 <0.001
RAP, mmHg 7.2£3.6 8.0+£5.3 0.68
PAWP,mmHg 7.8+£3.0 10.1£3.6 0.06
CI, L/min/m? 2.1£0.4 2.5+0.5 <0.05
PVR, Wood Unit 10.2+3.8 9.3+£3.8 0.69
Sv02,% 62.6+9.5 66.2+7.1 0.30
Baseline echocardiographic parameters

TAPSE, mm 17.245.9 17.6+4.9 0.82
RYV diameter, mm 37.548.7 43.1+£8.8 0.06
RA area, cm? 23.2+7.5 27.948.5 0.08
RVOT VTI, cm 11.8+6.2 12.74£3.2 0.69
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Table 10 continued Low-RVSWI High-RVSWI

Variables group N=18 group N=19 P-value

Short-term follow-up data using the COMPERA 2.0 stratification parameters
Therapy at follow-up

PDESi, N 5 10 NA
ERA, N 2 0 NA
PDESi + ERA, N 4 4 NA
sGC stimulator, N 3 3 NA
PGIz, N 1 0 NA
PDESi + PGI2, N 1 0 NA
PDESi + ERA + PGI2, N 1 1 NA
Change in outcomes compared to baseline

Amortality risk score 0.0£1.0 -0.7£0.6 <0.05
A6MWD, m 32+196 29+132 0.94
ANT-proBNP, pg/ml 562010 -1280+2103 0.06
AFC 0.6+0.6 -0.7+0.5 0.84

Data are presented as mean + standard deviation. Groups were compared with unpaired t-test or Mann-
Whitney test. CI: cardiac index, ERA: endothelin receptor antagonist, FC: WHO functional class, NA: not
applicable. NT-proBNP: N-terminal prohormone of brain natriuretic peptide, PAC: pulmonary arterial
compliance, s/d/mPAP: systolic/mean/diastolic pulmonary artery pressure, PDESi: phophodiesterase-5
inhibitor, PGI,: prostacyclin, PVR: pulmonary vascular resistance, RA right atrium, RAP: right atrial
pressure, RV: right ventricular, RVSWI: right ventricular stroke work index, RVOT VTI: right ventricular
velocity time integral, sGC: soluble guanylate cylase, sSPAPe: estimated pulmonary arterial systolic pressure,
SVO,: mixed venous oxygen saturation, TAPSE: tricuspid annular plane systolic excursion, 6MWD: 6-
minute walk distance. Adopted from (177) under the terms of the Creative Commons Attribution Non-
Commercial Licence 4.0 (http://creativecommons.org/licenses/by/4.0/).

4.2. Circulating biomarker study

4.2.1. Subject characteristics

Thirty-nine patients with newly diagnosed pre-capillary PH (PAH, CTEPH, and PH
associated with lung disease) and 12 volunteers were enrolled in the study. Sixteen
patients were diagnosed with PAH (IPAH n=13, PH associated with portal hypertension
N=2, PH due to connective tissue disease N=1), 15 patients had CTEPH, and 8 patients
had PH due to lung diseases (ILD N=5, chronic obstructive pulmonary disease N=3).
Sixteen patients (PAH N=12, CTEPH N=4) underwent a follow-up study with pulmonary
vasodilator therapy.

There was no difference in age, sex, body mass index, smoking habit, and lung function

parameters between patients with pre-capillary PH and control subjects (Table 11).
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Table 11. Subject characteristics in Circulating biomarker study

PH due to lung

Variables Control All PH p PAH CTEPH diseases
Number 12 39 NA 16 15 8 NA
Sex,M/F (%) 6 (50)/6 (50) 18(43))/ 2157 .99 6(38/10(72) 7(47)/8 (53) 4 (50)/4 (50) 0.8l
Age, years 57+ 10 59+13 0.68 59+12 58+ 14 61 £14 0.83
BMI, kg/m? 27.6+46 29.1+58 063 295+6.0 29.2+6.0 282+59 0.87
}‘;‘I’;‘Oﬁ’; o,  S82517  72/28/0 048  69/31/0  80/20/0 63/37/0  0.63
Haemodynamic variables:
mPAP, mmHg NA 48 +£9 NA 49 + § 47+ 12 50+6 0.82
RAP, mmHg NA 15+ 8 NA 14+6 15+6 15+7 0.20
PAWP, mmHg NA 11+£5 NA 11+3 12+6 11+3 0.72
ISHVLI/’mZ/beat NA  267+77 NA 263+73 270+64 274+112 0.95
CI, L/min/m? NA 2.1+0.6 NA 20+05 23+£0.7 22+0.6 0.31
oyl Wood NA 105447 NA 108+43 8545  133%55 007
G N O IR0 T 12507,
‘g‘/;’gm;t NA  1240£505 NA %ﬁi 12024572 12994574 091
Echocardiographic variables:
sPAP, mmHg 28+6 72+18 <0.001 73+15 67 £21 80+ 19 0.28
RV, mm 2712 40+ 7 <0.001 42+7 39+7 38+ 5 0.36
TAPSE, mm 27+5 17+£5 <0.001 16+5 18+5 18+3 0.33
RA area,em? 11.6+2.8 250+10.2 <0.01 255+86 265+126 20.8+7.7 0.47
JYOT VIL 139410 10437 <005 97437 12236 86+27 0.8
RVOT AT, ms 178 +£48 72+26 <0.001 74+25 72 £26 68 £ 30 0.88
Lung function variables:
FVC %ref 105+ 12 87 +24 0.07 94+ 19 95+ 24 66 £ 18**  <0,01
FEV1 %ref 100+9 83+24 0.07 89 £ 15 91 £28 57 £15%+%  <0.01
FEV/FVC 0.79+0.05 0.76+0.10 0.32 0.76+0.09 0.74+£0.05 0.74+0.16 0.22
RV/TLC 0.39+0.05 044+£0.15 036 043+0.11 041+£0.17 0.54+0.16 0.15
Kco Y%ref NA 54 +£23 NA 50 +25 66 + 14 39 £ 20" <0.05
Dvrco Yref NA 64 £27 NA 60 + 29 82 £ 15* 38 £ 12%  <0,001
Blood tests:
pH NA 742+0.04 NA 742+0.04 742+0.04 7.41+0.04 0.70
Pa0O:, mmHg NA 61.1£133 NA 60.6+139 603+123 522+96"% <0.05
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Table 11. continued

PH due to lung
diseases

PaCO:, mmHg NA 33.1+6.8 NA 309+51 327+69 38.6+72* <0.05

NT-proBNP, 1489 (600- 1489 (608- 1665 (505-

Variables Control All PH p PAH CTEPH

pg/l NA 2778) NA ) 2887) 972 (439-3393) 089
Functional categories and tests:

NYHA L N NA 00%) NA  0(0%)  0(0%) 0 (0%)

NYHA II, N NA 10(26%) NA  3(19%) 7 (47%) 0 (0%) 012
NYHA III, N NA 28 (72%) NA 13 (81%) 7 (47%) 8 (100%)

NYHA, IV, N NA 12%) NA  0(0%) 1(6%) 0 (0%)

6MWD, m NA 339+140 NA 317+142 400+ 124 261 +130 0.06
Circulating cytokine concentrations:

Serum apelin, 952 (782- 1434 (1070- <0.05 (}?}(‘5)- 1313 (936- 1448 (985- 0.60
ng/mL 1261) 1636) 1750) 1493) 1753)

Serum VEGF, 5.78 (3.25- 739 (325- 4. 7.11(325- 744(3.25- 532(325-
pg/mL 12.89) 10.26) 9.18) 10.86) 21.00)

Plasma  IL- 201 (145- 236.5 (88.7- 0.83 (2909086_ 172.8 (34.7- 328.3 (204.5- 0.68
22RA2, ng/mL  668.6) 523.3) 427.6) 677.8) 535.9)

Data are presented as mean + standard deviation or median (interquartile range). Patients and controls are
compared with the Fisher exact test, t-test or Mann-Whitney test. Patient subgroups are analysed using the
chi-square test, ANOVA with Bonferroni post-hoc test or Kruskal-Wallis test with Dunn’s post-hoc test.
*p<0.05, **p<0.01 vs. PAH; *p<0.05, "#p<0.01, ##p<0.001 vs. CTEPH. BMI: body mass index, CI: cardiac
index, CTEPH: chronic thromboembolic PH, Dico : diffusing capacity of the lung for carbon monoxide, F:
female, FEV: forced expiratory volume in the 1% second, FVC: forced vital capacity, IL-22RA2: interleukin-
22RA2, Kco: carbon monoxide transfer coefficient for, M: male, N: number, NA: not applicable, NT-
proBNP: N-terminal pro-B-type natriuretic peptide, NYHA FC: New York Heart Association Functional
Class, Pa0Q,/CO;,: arterial partial pressure of O,/CO,, PAH: pulmonary arterial hypertension, PAC:
pulmonary artery compliance, PH: pulmonary hypertension, s/m/dPAP: systolic/mean/diastolic pulmonary
artery pressure, RAP: right atrial pressure, PVR: pulmonary vascular resistance, PCPW: pulmonary capillary
wedge pressure, RA: right atrium, ref: reference, RV: right ventricle, RV: residual volume, RVOT AT/VTI:
right ventricular outflow tract acceleration time/velocity time integral, RVSWI: right ventricular stroke work
index, SVI: stroke volume index, TAPSE: tricuspid annular plane systolic excursion, TLC: total lung
capacity, VEGF: vascular endothelial growth factor, 6 MWD: six-minute walk distance. Adopted from (178)
under the terms of the Creative Commons Attribution Non-Commercial Licence 4.0
(http://creativecommons.org/licenses/by/4.0/).

In patients, RHC results demonstrated moderate-severe increases in mean PAP and PVR
with normal or decreased CI. Vasoreactivity was not observed in any IPAH patient. Mild
hypoxemia with hypo- or normocapnia was noted in patients, which was most prominent

in the group of patients with PH due to lung disease. NT-proBNP levels were increased,

and most patients fell into NYHA functional classes III and IV. Hemodynamic and
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echocardiographic variables and NT-proBNP concentrations were not different among
the subgroups of pre-capillary PH.

Apelin was measured in 63 samples (patients with PH upon enrolment N=38, a control
visit N=14; control subjects N=11), and VEGF and IL22RA2 concentrations were
quantified in 67 samples (patients with PH upon enrolment N=39, a control visit N=16;
control subjects N=12). Half of the detection limit values were assigned to samples with
a VEGF concentration below this level (patients: N=21; controls: N=6); all samples'

apelin and IL22RA2 concentrations were above the detection limit.

4.2.2. Comparison of circulating cytokine concentrations among the groups

Serum apelin concentrations were higher in patients with pre-capillary PH than in control
subjects (Table 11). Using the cut-off value of >1261 ng/mL apelin concentration,
patients could be identified with a sensitivity of 66% and a specificity of 82% (ROC area
under the curve (AUC)=0.74, p=0.001). Nonetheless, our data did not show a difference
in the circulating concentrations of IL22RA2 and VEGF between patients and controls
(Table 11), and these mediators could not separate patients from controls (cut-off for
IL22RA2: 683.9 ng/mL: ROC AUC=0.52, p=0.96; cut-off for VEGF: 8.49 pg/ml, ROC
AUC=0.52, p=0.83) (Figure 12.)

ROC Curve

— Apelin

— IL22RA2

— Reference Ling
VEGF

00 02 04 08 08 10

1 - Specificity

Figure 12. ROC analysis in values of the cytokines between PH and control group.
IL22RA2: interleukin 22 receptor alpha-2, VEGF: vascular endothelial growth factor.

Cytokine concentrations were not different among PH subgroups with different etiology
(Table 11).
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4.2.3. Correlations between cytokine concentrations

In patients, VEGF concentration showed a moderate positive correlation with both apelin
(r=0.33, p=0.04) and IL22RA2 levels (=0.42, p=0.008), but no association was found
between IL22RA?2 and apelin concentrations (r=0.14, p=0.41).

4.2.4. Relationship between cytokine concentrations and clinical factors in

untreated PH

Plasma IL22RA2 concentrations showed a negative correlation to mean PAP (r=-0.32,
p=0.04, Figure 13A) and serum NT-proBNP level (r=-0.42, p=0.01, Figure 13B), but not
to other clinical factors (p>0.05). VEGF concentration did correlate with clinical

parameters (p>0.05).
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Figure 13. Spearman correlation between plasma IL22RA2 concentrations and

mPAP — (panel A) and NT-proBNP (panel B) in patients with PH.
IL22RA2: interleukin 22 receptor subunit alpha2, mPAP: mean pulmonary arterial pressure, NT-proBNP:
N-terminal pro-brain natriuretic peptide. Adopted from (178) under the terms of the Creative Commons

Attribution Non-Commercial Licence 4.0 (http://creativecommons.org/licenses/by/4.0/).

Serum apelin concentration was positively related to systolic PAP (=0.33, p=0.04, Figure
14A), RAP (r=0.38, p=0.02), but it showed a negative relationship to SVI (r=-0.58,
p<0.001), CI (r=-0.34, p=0.04, Figure 14B), PAC (r=-0.55, p<0.001, Figure 14C) and
RVSWI (r=-0.47, p=0.003, Figure 14D).
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Figure 14. Spearman correlation beween serum apelin concentrations and sPAP
(panel A), cardiac index (panel B), PAC (panel C), and RVSWI (panel D) in
patients with PH. PAC: pulmonary arterial compliance, sSPAP: systolic pulmonary arterial pressure,

RVSWI: right ventricle stroke work index. Adopted from (178) under the terms of the Creative

Commons Attribution Non-Commercial Licence 4.0 (http://creativecommons.org/licenses/by/4.0/).

4.2.5. Circulating cytokine concentrations in PAH and CTEPH before and

after treatment

We also compared cytokine concentrations before and after therapy in 16 patients. 12
patients with IPAH had a second visit after initiating pulmonary vasodilator therapy
(phosphodiesterase 5 inhibitor N=12, endothelin receptor antagonist N=5). Furthermore,
in 4 patients with CTEPH, data collection was repeated after successful pulmonary
endarterectomy, and one patient required additional therapy with a phosphodiesterase-5
inhibitor. The time difference between the two measurements was 7 + 3 months in IPAH
and 15 =7 months in CTEPH. There was an improvement in New York Heart Association
(NYHA) functional status after therapy, and we found a tendency for an increase in
TAPSE, RVOT VTI, and 6MWD (Table 12).

The concentration of circulating VEGF increased after treatment (p=0.001), but the levels
of apelin and IL22RA2 were unchanged (Table 12). Interestingly, the change in VEGF
concentration showed an inverse correlation to the change in RVOT VTI (r=-0.74,

p<0.01), but not to other parameters listed in Table 12 (p>0.05).
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Table 12. Clinical variables in patients with IPAH or CTEPH before and after
therapy

Before treatment After treatment

Variables N=16 N=16 p-value
Serum apelin, ng/mL N4 1412 (1165-1619) 1343 (1085-1552) 0.95
Serum VEGF, pg/mL N=1° 7.76 (3.25-8.49) 9.37 (4.16-12.22) <0.001
Plasma IL-22RA2, ng/mL N=1¢ 2252 (143-574.1)  320.7 (109.1-578.4) 0.43
6MWD, m N 372 + 143 435 + 142 0.06
NYHA FC N-16 3 (3-3) 1(1-3) <0.001
NT-proBNP, pg/ml N-14 1412 (586-2158) 800 (183-1832) 0.30
SPAP, mmHg N6 69 £ 16 62+ 18 0.21
RV, mm N1 40 £ 7 38+7 0.33
TAPSE, mm N1 17+5 19+5 0.05
RA area, cm? N1 27+ 14 27+ 11 0.95
RVOT VTIL, cm N12 10.2+3.6 11.7+3.6 0.06
RVOT AT, ms N""? 76 + 30 84 + 24 0.54

Data are presented as mean + standard deviation or median (interquartile range). Data are compared with
paired t-test or Wilcoxon signed rank test. IL-22RA2: interleukin-22RA2, N: number, NA: not applicable,
NT-proBNP: N-terminal pro-B-type natriuretic peptide, NYHA FC: New York Heart Association
Functional Class, sPAP: systolic pulmonary artery pressure, right atrium, RV: right ventricle, RVOT
AT/VTI: right ventricular outflow tract acceleration time/velocity time integral, TAPSE: tricuspid annular
plane systolic excursion, VEGF: vascular endothelial growth factor, 6MWD: six-minute walk distance.
Adopted from (178) under the terms of the Creative Commons Attribution Non-Commercial Licence 4.0

(http://creativecommons.org/licenses/by/4.0/).
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5. Discussion

In pre-capillary PH, the RV afterload continuously increases with the progression of
vascular remodelling and the rise in pulmonary vascular resistance. The disease course is
primarily determined by the degree of vascular pathological alterations, such as arterial
remodelling, obstruction of arterial branches, and damage to the vascular bed. Still, the
clinical progression mostly depends on RV adaptation against the increasing afterload.
Routine hemodynamic, echocardiographic, cardiac MRI parameters and serum NT-
proBNP concentration are used as biomarkers in clinical practice to follow right heart
adaptation (1; 68; 71; 82). These measures characterize the degree of right heart dilatation
and RV function, which show linear dynamics during the progression of PH. However,
identifying the signals that can be routinely studied in clinical practice and more precisely
reflect RV functionality, including its biphasic course of adaptation and the RV/PA
uncoupling, is needed. Furthermore, a better understanding of the regulation of RV
adaptation and the discovery of new molecular targets are warranted. Thus, we studied in
carefully recruited cohorts of patients with pre-capillary PH the circulatory concentrations
of cytokines with a potential link to RV function and assessed the clinical usefulness of
the calculated RVSWI to predict therapy-related clinical improvement.

Global RV function is most accurately assessed via the construction of pressure-volume
loops (3; 83), but this method is cumbersome for clinical use. The work of the RV
myocardium and its measurement are discussed by experimental hemodynamic
procedures, which allow the calculation of the area under the pressure-volume curve (3).
However, it cannot be routinely performed in everyday clinical practice, and the clinical
interpretation of the results is equivocal. In our Right ventricular work study, we
calculated RVSWI from RHC data according to a previously established method (85) to
estimate the active RV work during myocardial contraction (84; 179; 181), and we
evaluated this parameter in two different substudies.

In our Vascular resistance substudy, we examined the correlation between RVSWI and
PVR in a wide spectrum of data which was collected from patients with no PH and those
with pre-capillary PH both with and without specific vasodilator treatment. We found an
association between RVSWI and PVR; however, as shown in Figure 11, this relationship
seems biphasic rather than simply linear, which corresponds to the known adaptive and

maladaptive phases of RV adaptation. In the early stage of the disease, systolic functional
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reserve and contractility increase in parallel with the increasing pressure load. At a later
stage, when the systolic reserve is exhausted, a further increase in the afterload results in
deteriorating RV systolic function (64). The deflection point between the two stages
presumably indicates RV/AP uncoupling, after which a gradual decrease in RV work can
be observed as PVR increases.

In the Comorbidities substudy, we described increased RVSWI in patients with pre-
capillary PH. In recent years, advancements in the management of PH have resulted in
improved overall outcomes. Upfront combined treatment regimens (181) and the use of
a risk assessment tool (1) are effective, but currently, there is limited data on which
baseline parameters can best predict therapeutic response. In this substudy, we used a
formula that considered both the steady and pulsatile components of RVSW. Not only
does it characterize the active work of the RV myocardium, but it also provides additional
information on RV adaptation superior to the volumetric and functional parameters of
imaging studies. Because of its complex ability to reflect the dysfunction of the RV, the
RVSWI has been proposed as a promising prognostic marker in PH patients.

Previous studies have found that lower RVSWI was associated with decreased survival
in patients with PH associated with connective tissue disease (180), familial and
idiopathic PAH (182). These studies have examined homogenous groups and proposed
that baseline RVSWI might be associated with etiology and predict outcome. In our
research, RVSWI was higher in PAH and CTEPH patients compared to the control
subjects, on par with previous findings (5; 85). However, we found no difference in
RVSWI in PAH and CTEPH groups. The diverse composition of our study group might
explain this. Further studies on higher number of patients in the clinical groups might
provide more details on the relation of RVSWI to specific patient characteristics at
diagnosis.

Progression in PH is difficult to predict, and several factors can adversely affect RV
function, such as advanced age and certain comorbidities. Comorbidities, particularly
ones that impair the physiological processes of the myocardium due to hypoxia or
metabolic disorders, have mainly been investigated regarding LV function (183). In PAH,
it has been reported that diabetes has a negative effect on RVSW (184). In our cohort, the
presence of co-morbidities (coronary heart disease, hypertension, diabetes, obesity) (88)

is associated with older age and less severe PH based on mPAP, PVR and CI values. The
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decreased afterload can explain the low RVSWI values in comorbid patients.
Interestingly, the difference in RV function confirmed by RVSWI is not reflected by
routine echocardiographic parameters showing similarly reduced RV function in patients
with and without comorbidities. It is also noteworthy that the difference in the study
population only appears in the PAH group, while not in CTEPH. It is assumed that the
change in RV work results from complex mechanisms. In addition to the degree of
afterload and comorbidities affecting the functioning of the myocardium, differences in
the extent of the obstruction in CTEPH and the propagation of the pulse wave also play a
role in RVSW. Therefore, mainly in PAH, the RVSWI provides complementary
information about the state of the RV in addition to routine echocardiographic parameters,
which may impact therapy management and the course of the disease.

Another important aspect of progression in PH is the biphasic nature of RV contractility
and its systolic functional reserve. When examining baseline RVSWI, we found no
correlation to other echocardiographic, hemodynamic, or clinical parameters or coupling.
This could be explained by the previously described biphasic change, where a peak in
RVSWI may be assumed during the RV/PA uncoupling. This could explain the lack of
correlation between RVSWI and other parameters that mainly change linearly during the
progression of PH.

The predictive value of RVSWI in PH is well known. According to a previous study of
adult pre-capillary PH patients, higher RVSWI was associated with better outcomes,
lower heart failure death rates, and hospitalization (179). In another study of pediatric
PAH patients, RVSW was related to functional capacity and mortality (185). The short
follow-up period did not permit a detailed analysis of outcomes, including transplant-free
survival or death in our cohort; however, we did calculate mortality risk according to
current recommendations (1). Although the guideline primarily uses risk determination
in the context of PAH, several publications have used the same strategy in CTEPH
patients (186-188). Our data show that RVSWI did not correlate with the calculated
mortality risk. This seemingly contradictory finding could also be explained by the
previously mentioned probable biphasic course of RVSW progression. However, our
follow-up analysis revealed an interesting novel finding: patients with RVSWI > 1450
mmHg*mL/m?showed a greater reduction in mortality risk 1 year after specific treatment.

This was accompanied by a greater improvement in functional capacity, as noted by
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higher 6 MWD values. This phenomenon points to the possible role of RVSWI in guiding
the selection and timing of specific therapy in PH, and the potential of this parameter to
predict response to specific therapy.

Accumulating evidence shows that cytokines and inflammatory pathways contribute to
the development of vascular remodelling, and they can also regulate right heart adaptation
in different forms of PH (9;17), implicating that these mediators could serve as disease
markers and future therapeutic targets. Importantly, no current therapies used in the
management of pre-capillary PH are primarily directed to improve RV function. In our
Circulating biomarker study, we assessed three mediators that have been previously
linked to the modulation of myocardial function.

Apelin is a paracrine regulatory peptide with a strong positive inotropic and vasodilator
effect involved in the pathophysiology of PH. The hypoxia-triggered apelin expression
plays a significant role in smooth cell proliferation in pulmonary vessel walls and,
thereby, vascular remodelling (115-117). There is some evidence that circulating apelin
may be a marker of its cardiac expression and is involved in adaptation. In hypoxic PH,
the apelin content of RV is increased, showing a positive correlation to RV pressure (110).
In patients with chronic left heart failure, the apelin expression is increased in the left
atrium and ventricle, and atrial apelin expression moderately correlates with plasma
apelin concentrations, suggesting it may be a source of circulating apelin (115).

Our study proves that circulating apelin increases in treatment-naive patients with pre-
capillary PH. It is a marker of cardiac function, as shown by the link between mediator
concentration and stroke volume, CI, and RVSWI. In chronic left heart failure, apelin
signalling is initially upregulated in early heart failure with a decrease in later stages
(100). This mechanism is also described in animal models of PH with adaptive and
maladaptive RV remodelling (141). No comprehensive human studies have examined the
serum apelin concentration during the progression of RV dysfunction in PH. Still, it can
be assumed that the apelin expression follows a similar pattern in right heart failure. Thus,
it can be hypothesized that in patients with pre-capillary PH, apelin production was
induced in a compensatory manner to improve and maintain right heart function, as
presented by the increased mediator level on diagnosis and at the follow-up visit. Our
data extend previous findings on the positive relationship between apelin production and

CI observed in a very small cohort of patients with PAH, where apelin expression in RV
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tissue was positively related to CO (118). Furthermore, plasma apelin showed a positive
relationship to mean PAP and RAP, which implies that pressure overload can induce
apelin synthesis in cardiomyocytes and the pulmonary endothelium. Our data on the
correlation between apelin concentration and RVSWI suggests that this cytokine could
be a candidate marker to follow the biphasic adaptation of the RV during the progression
of PH patients. Interestingly, a higher apelin level was associated with reduced pulmonary
vascular compliance, representing increased stiffness, implying the possible involvement
of this molecule in the development of vascular remodelling as it was described to vessels
of the systemic circulation (144).

A growing body of evidence supports the crucial role of inflammatory processes in the
processes leading to vascular remodelling and the formation of plexiform lesions in PAH
(101; 89). The involvement of IL22 in the pathogenesis of pulmonary hypertension has
recently been described. IL22 induces cell growth of pulmonary artery smooth muscle
via the activation of IL22 receptor alpha 1 (IL22RA1), and IL22 expression is upregulated
in smooth muscle cells from rats with PH due to chronic hypoxia (135). Moreover, using
an in vivo model of chronic hypoxia-induced PH with RV hypertrophy, IL22RA2, a
decoy receptor for IL22 (189), was identified as a factor associated with adaptive RV
remodelling (136). In our study, IL22RA concentration negatively correlates with NT-
proBNP and mPAP values. This suggests that as the negative feedback diminishes, the
effect of IL22 signalling may be more prominent at later disease stages, and might
contribute to the maladaptive RV adaptation. Furthermore, Crnkovic et al. reported an
elevated concentration of plasma IL22RA?2 in patients with untreated IPAH compared to
controls (136). However, our cohort did not find a difference in mediator levels between
patients and controls, which could partly be explained by our study's mixed population of
patients with pre-capillary PH. In addition, IL22RA2 levels were not different among PH
subgroups, albeit the sample sizes of subgroups were limited.

VEGTF signalling has a complex effect during the development of vascular remodelling
to different stimuli, as different receptor subtypes serve as positive and negative
regulators of pulmonary endothelial cell proliferation (190). Kiimpers et al. demonstrated
that the circulating concentration of VEGF was increased in patients with IPAH;
however, they did not show an association with clinical parameters or disease progression

(153). We did not find a difference in plasma VEGF levels between patients with PH
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compared to controls, which can be due to the different disease etiology and the limited
sample size in our cohort. Furthermore, VEGF signalling can also convert
cardioprotective function as its production is upregulated in the RV during adaptive
hypertrophy, and it can also trigger hypoxia-induced angiogenesis in the myocardium
(17). In line with this, we previously showed in a mixed population of treated and
treatment-naive PAH that TAPSE, a measure of RV function, positively affects plasma
VEGF concentration (152). In the current study, we extend these findings by observing
that the VEGF level increases upon clinical improvement of patients after the initiation
of specific treatment in PAH and CTEPH.

We did not find a change in circulating apelin and IL22RA2 concentrations during follow-
up compared to the measurements at diagnosis. Treatment with specific pulmonary
vasodilator therapy induces vasodilation of the pulmonary artery, resulting in improved
hemodynamics and better functional status of patients. However, myocardial reverse
remodelling and the improvement in RV function are a consequence of complex
processes. We hypothesized that apelin and IL22RA2 are involved in regulating these
processes. During the sequential pulmonary vasodilator therapy (set by the current
Hungarian regulations), the improvement in RV functional parameters was experienced
to some degree at the follow-up visit (Table 12). Still, with up-front combination
treatment, as recommended by the latest international guidelines, an earlier change in the
concentration of these markers can be expected as reverse remodelling of the RV takes
place earlier. However, the magnitude of the change in plasma VEGF level was inversely
related to the improvement in RV outflow tract velocity time integral, which is a surrogate
marker for right ventricular stroke volume reflecting both RV basal and free wall motion.
This might be caused by a compensatory increase in right ventricular VEGF production
to promote adaptive hypertrophy, as shown previously in an animal model of PH (149).
Interestingly, baseline VEGF concentration was positively associated with apelin and
IL22RAZ2 levels. This can be explained by the fact that hypoxia can trigger the production
of all three cytokines (150; 190; 194), and the expression of VEGF and IL22RA2 can
also be induced by perivascular inflammation in the remodelled pulmonary arteries (191).
Our studies have several limitations. In general, the limited sample size of the patient
groups in both studies should be acknowledged. However, PAH and CTEPH are rare

diseases, and PH is often undiagnosed in patients with lung diseases due to the current
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lack of evidence for the use of specific pulmonary vasodilator therapy in this group (1),
which restricts the recruitment when a single center is involved. Thus, multi-center
prospective studies with higher patient numbers are needed to verify our findings
regarding RVSWI and circulatory biomarkers. Furthermore, the retrospective nature of
the Right ventricular study, and the relatively short follow-up time did not permit clear
conclusions regarding the role of RVSWI in predicting long-term therapeutic response.
Regarding the Circulating biomarker investigation, future studies could extend our
findings on the diagnostic potential of circulating apelin concentration by recruiting other
control groups, including patients with lung disease, or those after pulmonary embolism
without PH, or patients with less severe PH. Finally, similar to our previous study (152)
despite using a high-sensitivity detection assay, VEGF concentration was below the
detection limit in approximately one-third of the samples, which could have influenced

the conclusions drawn from these data.
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6. Conclusions

1. RVSWI correlates with PVR in a mixed patient population with and without pre-
capillary PH, and a biphasic relationship might be assumed.

2. RVSWI is higher in patients with CTEPH and PAH at diagnosis compared to
control subjects.

3. RVSWI is not different between patients with PAH and CTEPH at diagnosis, but
the presence of comorbidities with possible influence on myocardial function is
associated with lower values only in PAH.

4. At follow-up after the initiation of specific pulmonary vasodilator therapies, a
baseline RVSWI > 1450 mmHg*mL/m? is linked with a greater improvement in
the mortality risk score and a trend for a larger reduction in NT-proBNP
concentration in patients with PAH and CTEPH.

5. At diagnosis, serum apelin concentration is increased in patients with pre-
capillary PH, and a biomarker concentration >1261 ng/mL identified patients with
66% sensitivity and 82% specificity. Circulating VEGF and IL22RA levels are
not different between patients and controls.

6. In patients, apelin concentration is positively related to sSPAP, RAP and CI, while
it is negatively correlated with RVSWI. IL22RA2 concentration shows inverse
relationships with mPAP and NTproBNP levels. Serum VEGF concentration did
not correlate with clinical parameters.

7. VEGF concentration is increased in patients upon clinical improvement, but no

change is observed in the circulating levels of apelin or [L22RA2.
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7. Summary

The deterioration of RV function determines the survival of patients with pre-capillary
pulmonary hypertension. RV adaptation to the increased pulmonary vascular pressure
shows great individual variability, however, the process is not fully understood, and its
assessment needs better tools. Several cytokines have been implicated to influence
myocardial adaptation in PH, but their association to clinical measures is not known.
Right ventricular stroke work index, a calculated parameter, has been previously
proposed to assess RV work, but its use for clinical practice should be better

characterized.

We found that RVSWI correlates with PVR in patients with PAH and CTEPH, and it
might be a potential marker to capture the adaptive and maladaptive phases of RV
adaptation. Importantly, a decreased RVSWI value at diagnosis can predict an
unfavourable therapeutic response to initial pulmonary vasodilator therapies in PAH and
CTEPH, suggesting that this parameter might aid decision-making in patient
management. Furthermore, we showed that comorbidities with known negative effects on
the function of the left ventricle, are also associated with decreased RV function in PAH,

as assessed by RVSWI.

The increased concentration of serum apelin, a molecule with a potent positive inotropic
effect, can identify patients with PAH, CTEPH and PH due to lung diseases at the
diagnosis, and is positively related to disease severity and RV function. IL22RA2 has
been recently described to be involved in RV adaption in PAH, and we found that its
elevated blood concentration is linked with less severe PH, and a better RV function.
Furthermore, serum VEGF concentrations might be suitable to follow the clinical

improvement of patients.

Overall, our findings highlight that the hemodynamic parameter of RVSWI and the
circulating biomarkers of apelin and IL22RA2 hold potential clinical values in the

assessment of cardiac function in pre-capillary PH.

65



8. References

1. Humbert M, Kovacs G, Hoeper MM, Badagliacca R, Berger RMF, Brida M, Carlsen
J, Coats AJS, Escribano-Subias P, Ferrari P, Ferreira DS, Ghofrani HA, Giannakoulas G,
Kiely DG, Mayer E, Meszaros G, Nagavci B, Olsson KM, Pepke-Zaba J, Quint JK,
Rédegran G, Simoneau. ESC/ERS Scientific Document Group. 2022 ESC/ERS
Guidelines for the diagnosis and treatment of pulmonary hypertension. Eur Heart J. 2022
Oct 11;43(38):3618-3731.

2. Naeije R, Manes A. The right ventricle in pulmonary arterial hypertension. Eur Respir
Rev. 2014 Dec;23(134):476-87.

3. Vonk Noordegraaf, A., Chin, K. M., Haddad, F., Hassoun, P. M., Hemnes, A. R.,
Hopkins, S. R., Kawut, S. M., Langleben, D., Lumens, J., & Naeije, R. Pathophysiology
of the right ventricle and of the pulmonary circulation in pulmonary hypertension: an
update. hely nélk.: https://doi.org/10.1183/13993003.01900-2018, Eur Respir J.
2019;53(1):1801900.

4. Yamagata Y, lkeda S, Kojima S, Ueno Y, Nakata T, Koga S, Ohno C, Yonekura T,
Yoshimuta T, Minami T, Kawano H, Maemura K. Right Ventricular Dyssynchrony in
Patients With Chronic Thromboembolic Pulmonary Hypertension and Pulmonary
Arterial Hypertension. Circ J. 2022 May 25;86(6):936-944.
https://doi.org/10.1253/circj.CJ-21-0849.

5. Delcroix M, Vonk Noordegraaf A, Fadel E, Lang I, Simonneau G, Naeije R. Vascular
and right ventricular remodelling in chronic thromboembolic pulmonary hypertension.

Eur Respir J. 2013 Jan;41(1):224-32.

6. Wang Z, Chesler NC. Pulmonary vascular wall stiffness: An important contributor to
the increased right ventricular afterload with pulmonary hypertension. Pulm Circ. 2011

Apr-Jun;1(2):212-23.

7. Gredic M, Blanco I, Kovacs G, Helyes Z, Ferdinandy P, Olschewski H, Barbera JA,
Weissmann N. Pulmonary hypertension in chronic obstructive pulmonary disease. Br J

Pharmacol. 2021 Jan;178(1):132-151.

66



8. Simonneau G, Torbicki A, Dorfmiiller P, Kim N. The pathophysiology of chronic
thromboembolic pulmonary hypertension. Eur Respir Rev. 2017 Mar 29;26(143):160112.

9. Humbert M, Guignabert C, Bonnet S, Dorfmiiller P, Klinger JR, Nicolls MR, Pathology
and pathobiology of pulmonary hypertension: state of the art and research perspectives.
Pathology and pathobiology of pulmonary hypertension: state of the art and research
perspectives. Eur Respir J. 2019;53(1)..

10. Kovacs G, Olschewski A, Berghold A, Olschewski H. Pulmonary vascular resistances
during exercise in normal subjects: a systematic review. Eur Respir J. 2012

Feb;39(2):319-28.

11. Kovacs G, Berghold A, Scheidl S, Olschewski H. Pulmonary arterial pressure during
rest and exercise in healthy subjects: a systematic review. Eur Respir J. 2009

Oct;34(4):888-94.

12. Vonk Noordegraaf A, Groeneveldt JA, Bogaard HJ. Pulmonary hypertension. Eur
Respir Rev. 2016 Mar;25(139):4-11.

13. Vonk Noordegraaf A, Westerhof BE, Westerhof N. The Relationship Between the
Right Ventricle and its Load in Pulmonary Hypertension. J Am Coll Cardiol. 2017 Jan
17;69(2):236-243.

14. Bogaard HJ, Abe K, Vonk Noordegraaf A, Voelkel NF. The right ventricle under
pressure: cellular and molecular mechanisms of right-heart failure in pulmonary

hypertension. . Chest. 135, 794-804 (2009).

15. Schramm W. The units of measurement of the ventricular stroke work: a review study.
J Clin Monit Comput. 2010 Jun;24(3):213-7. https://doi.org/10.1007/s10877-010-9234-
4.

16. Hausenloy DJ, Yellon DM. Cardioprotective growth factors. Cardiovasc Res. 2009
Jul 15;83(2):179-94. .

17. Csosza G, Karlocai K, Losonczy G, Muller V, Lazar Z. Growth factors in pulmonary
arterial hypertension: Focus on preserving right ventricular function. Physiol Int. 2020

Jul 17;107(2):177-194.

67



18. Gali¢ N, Humbert M, Vachiery JL, Gibbs S, Lang I, Torbicki A, Simonneau G,
Peacock A, Vonk Noordegraaf A, Beghetti M, Ghofrani A, Gomez Sanchez MA,
Hansmann G, Klepetko W, Lancellotti P, Matucci M, McDonagh T, Pierard LA, Trindade
PT, Zompatori M, Hoeper. 2015 ESC/ERS Guidelines for the diagnosis and treatment of
pulmonary hypertension: The Joint Task Force for the Diagnosis and Treatment of
Pulmonary Hypertension of the European Society of Cardiology (ESC) and the European
Respiratory Society (ERS). Eur Heart J. 2016 Jan 1;37(1):67-119.

19. Maron BA, Hess E, Maddox TM, Opotowsky AR, Tedford RJ, Lahm T, Joynt KE,
Kass DJ, Stephens T, Stanislawski MA, Swenson ER, Goldstein RH, Leopold JA,
Zamanian RT, Elwing JM, Plomondon ME, Grunwald GK, Baron AE, Rumsfeld JS,
Choudhary G. Association of Borderline Pulmonary Hypertension With Mortality and
Hospitalization in a Large Patient Cohort: Insights From the Veterans Affairs Clinical
Assessment, Reporting, and Tracking Program. Circulation. 2016 Mar 29;133(13):1240-
8.

20. Douschan P, Kovacs G, Avian A, Foris V, Gruber F, Olschewski A, Olschewski H.
Mild Elevation of Pulmonary Arterial Pressure as a Predictor of Mortality. Am J Respir
Crit Care Med. 2018 Feb 15;197(4):509-516.

21. Bernardo RJ, Haddad F, Couture EJ, Hansmann G, de Jesus Perez VA, Denault AY,
de Man FS, Amsallem M. Mechanics of right ventricular dysfunction in pulmonary

arterial hypertension and heart failure with preserved ejection fraction.Cardiovasc Diagn

Ther. 2020 Oct;10(5):1580-1603.

22. McGoon MD, Benza RL, Escribano-Subias P, Jiang X, Miller DP, Peacock AlJ,
Pepke-Zaba J, Pulido T, Rich S, Rosenkranz S, Suissa S, Humbert M. Pulmonary arterial
hypertension: epidemiology and registries. J Am Coll Cardiol. 2013 Dec 24;62(25
Suppl):D51-9.

23. Levine DJ.Pulmonary arterial hypertension: updates in epidemiology and evaluation

of patients. Am J Manag Care. 2021 Mar;27(3 Suppl):S35-S41.

24. Provencher S, Mai V, Bonnet S. Managing Pulmonary Arterial Hypertension With
Cardiopulmonary Comorbidities. Chest. 2024 Mar;165(3):682-691.

68



25. Hoeper MM, Huscher D, Ghofrani HA, Delcroix M, Distler O, Schweiger C, Grunig
E, Staehler G, Rosenkranz S, Halank M, Held M, Groh¢ C, Lange TJ, Behr J, Klose H,
Wilkens H, Filusch A, Germann M, Ewert R, Seyfarth HJ, Olsson KM, Opitz CF, Gaine
SP, Vizza CD. Elderly patients diagnosed with idiopathic pulmonary arterial
hypertension: results from the COMPERA registry. Int J Cardiol. 2013 Sep
30;168(2):871-80.

26. Stacher E, Graham BB, Hunt JM, Gandjeva A, Groshong SD, McLaughlin VV, Jessup
M, Grizzle WE, Aldred MA, Cool CD, Tuder RM. Modern age pathology of pulmonary
arterial hypertension. Am J Respir Crit Care Med. 2012 Aug 1;186(3):261-72.

27. Tuder RM, Marecki JC, Richter A, Fijalkowska I, Flores S. Pathology of pulmonary
hypertension. Clin Chest Med. 2007;28(1):23-vii.

28. Davie NJ, Gerasimovskaya EV, Hofmeister SE, Richman AP, Jones PL, Reeves JT,
Stenmark KR. Pulmonary artery adventitial fibroblasts cooperate with vasa vasorum
endothelial cells to regulate vasa vasorum neovascularization: a process mediated by

hypoxia and endothelin-1. Am J Pathol. 2006 Jun;168(6):1793-807.

29. Rich S, Dantzker DR, Ayres SM, Bergofsky EH, Brundage BH, Detre KM, Fishman
AP, Goldring RM, Groves BM, Koerner SK, Primary pulmonary hypertension. A national
prospective study. Ann Intern Med. 1987 Aug;107(2):216-23.

30. Benza RL, Miller DP, Barst RJ, Badesch DB, Frost AE, McGoon MD. An Evaluation
of Long-term Survival From Time of Diagnosis in Pulmonary Arterial Hypertension

From the REVEAL Registry. Chest. 2012;142(2):448-456.

31. Seeger W, Adir Y, Barbera JA, Champion H, Coghlan J G , CottinV, De Marco T,
Galie N, Ghio S, Gibbs S, Martinez FJ, Semigran MJ, Simonneau G, Wells AU, Vachiéry
JL. Pulmonary hypertension in chronic lung diseases.] Am Coll Cardiol. 2013;62(25
Suppl):D109-D116.

32. Dhont S, Zwaenepoel B, Vandecasteele E, Brusselle G, De Pauw M. Pulmonary
hypertension in interstitial lung disease: an area of unmet clinical need. ERJ Open Res.

2022;8(4):00272-2022.

69



33. Funke-Chamboura M., Geisera T.,Schochb OD. Pulmonary hypertension associated
with chronic lung. Swiss Med Wkly. 2016;146:w14363.

34. Kimura M, Taniguchi H, Kondoh Y, Kimura T, Kataoka K, Nishiyama O, Aso H,
Sakamoto K, Hasegawa Y. Pulmonary hypertension as a prognostic indicator at the initial

evaluation in idiopathic pulmonary fibrosis. Respiration. 2013;85(6):456-63.

35. Raghu G, Nathan SD, Behr J, Brown KK, Egan JJ, Kawut SM, Flaherty KR, Martinez
FJ, Wells AU, Shao L, Zhou H, Henig N, Szwarcberg J, Gillies H, Montgomery AB,
O'Riordan TG. Pulmonary hypertension in idiopathic pulmonary fibrosis with mild-to-
moderate restriction. Eur Respir J. 2015 Nov;46(5):1370-7.

36. Barbera JA, Peinado VI, Santos S. Pulmonary hypertension in chronic obstructive

pulmonary disease. Eur Respir J. 2003 May;21(5):892-905.

37. Kovacs G, Agusti A, Barbera JA, Celli B, Criner G, Humbert M, Sin DD, Voelkel
N, Olschewski H. Pulmonary Vascular Involvement in Chronic Obstructive Pulmonary

Disease. Is There a Pulmonary Vascular Phenotype? Am J Respir Crit Care Med. 2018
Oct 15;198(8):1000-1011.

38. Dhont S, Zwaenepoel B, Vandecasteele E, Brusselle G, De Pauw M. Pulmonary
hypertension in interstitial lung disease: an area of unmet clinical need. ERJ Open Res.

2022;8(4):00272-2022.

39. Seeger W, Adir Y, Barbera JA, Champion H, Coghlan JG, Cottin V, De Marco T,
Galie N, Ghio S, Gibbs S, Martinez FJ, Semigran MJ, Simonneau G, Wells AU, Vachiéry
JL. Pulmonary hypertension in chronic lung diseases. ] Am Coll Cardiol. 2013 Dec
24;62(25 Suppl):D109-16.

40. Karampitsakos T, Tzouvelekis A, Chrysikos S, Bouros D, Tsangaris I, Fares WH.
Pulmonary hypertension in patients with interstitial lung disease. Pulm Pharmacol Ther.

2018 Jun;50:38-46.

41. Washko GR, Nardelli P, Ash SY, Vegas Sanchez-Ferrero G, Rahaghi FN, Come CE,
Dransfield MT, Kalhan R, Han MK, Bhatt SP, Wells JM, Aaron CP, Diaz AA, Ross JC,
Cuttica MJ, Labaki WW, Querejeta Roca G, Shah AM, Young K, Kinney GL, Hokanson

70



JE, Agusti A. Arterial Vascular Pruning, Right Ventricular Size, and Clinical Outcomes
in Chronic Obstructive Pulmonary Disease. A Longitudinal Observational Study. Am J
Respir Crit Care Med. 2019 Aug 15;200(4):454-461.

42. Hoeper MM, Dwivedi K, Pausch C, Lewis RA, Olsson KM, Huscher D, Pittrow D,
Griinig E, Staehler G, Vizza CD, Gall H, Distler O, Opitz C, Gibbs JSR, Delcroix M,
Park DH, Ghofrani HA, Ewert R, Kaemmerer H, Kabitz HJ, Skowasch D, Behr J, Milger
K, Lange TJ, . Phenotyping of idiopathic pulmonary arterial hypertension: a registry
analysis. Lancet Respir Med. 2022 Oct;10(10):937-948.

43. Ende-Verhaar YM, Cannegieter SC, Vonk Noordegraaf A, Delcroix M, Pruszczyk P,
Mairuhu AT, Huisman MV, Klok FA. Incidence of chronic thromboembolic pulmonary
hypertension after acute pulmonary embolism: a contemporary view of the published

literature. Eur Respir J. 2017 Feb 23;49(2):1601792.

44. Delcroix M, Lang I, Pepke-Zaba J, Jansa P, D'Armini AM, Snijder R, Bresser P,
Torbicki A, Mellemkjaer S, Lewczuk J, Simkova I, Barbera JA, de Perrot M, Hoeper
MM, Gaine S, Speich R, Gomez-Sanchez MA, Kovacs G, Jais X, Ambroz D, Treacy C,
Morsolini M, Jenk. Long-Term Outcome of Patients With Chronic Thromboembolic
Pulmonary Hypertension: Results From an International Prospective Registry.

Circulation. 2016 Mar 1;133(9):859-71.

45. Braams NJ, van Leeuwen JW, Vonk Noordegraaf A, Nossent EJ, Ruigrok D, Marcus
JT, Bogaard HJ, Meijboom LJ, de Man FS. Right ventricular adaptation to pressure-
overload: Differences between chronic thromboembolic pulmonary hypertension and
idiopathic pulmonary arterial hypertension. ~J Heart Lung Transplant. 2021
Jun;40(6):458-466.

46. Dell'ltalia LJAnatomy and physiology of the right ventricle. Cardiol Clin. 2012
May;30(2):167-87..

47. Weber KT.Cardiac interstitium in health and disease: the fibrillar collagen network.

J Am Coll Cardiol. 1989 Jun;13(7):1637-52.

48. Waskova-Arnostova P, Elsnicova B, Kasparova D, Sebesta O, Novotny J, Neckar J,

Kolar F, Zurmanova J. Right-to-left ventricular differences in the expression of

71



mitochondrial hexokinase and phosphorylation of Akt. Cell Physiol Biochem.
2013;31(1):66-79.

49. Sanz J, Sanchez-Quintana D, Bossone E, Bogaard HJ, Naeije R. Anatomy, Function,
and Dysfunction of the Right Ventricle: JACC State-of-the-Art Review. J Am Coll
Cardiol. 2019 Apr 2;73(12):1463-1482.

50. Kukulski T, Hubbert L, Arnold M, Wranne B, Hatle L, Sutherland GR.Normal
regional right ventricular function and its change with age: a Doppler myocardial imaging

study . J Am Soc Echocardiogr. 2000;13:194-204.

51. Konstam MA, Kiernan MS, Bernstein D, Bozkurt B, Jacob M, Kapur NK, Kociol RD,
Lewis EF, Mehra MR, Pagani FD, Raval AN, Ward C. Evaluation and Management of
Right-Sided Heart Failure: A Scientific Statement From the American Heart Association.
Circulation. 2018 May 15;137(20):e578-e622.

52. Klabunde RE. Cardiovascular Physiology Concepts. Wolters Kluwer, 2021.

53. Lovic D, Narayan P, Pittaras A, Faselis C, Doumas M, Kokkinos P.Left ventricular
hypertrophy in athletes and hypertensive patients. J Clin Hypertens (Greenwich).
2017;19(4):413-417.

54. Sarashina T, Nakamura K, Akagi S, Oto T, Oe H, Ejiri K, Nakagawa K, Nishii N,
Matsubara H, Kobayashi M, Morimatsu H, Miyoshi S, Ito H. Reverse Right Ventricular
Remodelling After Lung Transplantation in Patients With Pulmonary Arterial
Hypertension Under Combination Therapy of Targeted Medical Drugs. Circ J.
2017;81(3):383-390.

55. Reesink HJ, Marcus JT, Tulevski II, Jamieson S, Kloek JJ, Vonk Noordegraaf A,
Bresser P. Reverse right ventricular remodeling after pulmonary endarterectomy in
patients with chronic thromboembolic pulmonary hypertension: utility of magnetic

resonance imaging to demonstrate restoration of the right ventricle. J Thorac Cardiovasc

Surg. 2007 Jan;133(1):58-64.

72



56. Paciocco G, Lombi A, Vincenzi A, Pesci A , Achillib F. Right ventricular reverse
remodelling in Idiopathic Pulmonary Arterial Hypertension diagnosed during pregnancy:

Is it possible? Respir Med Case Rep. 2017; 20: 59-60.

57. McCann GP, Gan CT, Beek AM, Niessen HW, Vonk Noordegraaf A, van Rossum
AC. Extent of MRI delayed enhancement of myocardial mass is related to right

ventricular dysfunction in pulmonary artery hypertension. AJR Am J Roentgenol. 2007
Feb;188(2):349-55.

58. Cassady SJ, Ramani GV. Right Heart Failure in Pulmonary Hypertension.Cardiol
Clin. 2020 May;38(2):243-255.

59. Badagliacca R, Poscia R, Pezzuto B, Mezzapesa MN, Francone M, Giannetta E, Papa
S, Gambardella C, Sciomer S, Volterrani M, Fedele F, Vizza CD. Right ventricular
remodeling in idiopathic pulmonary arterial hypertension: adaptive versus maladaptive

morphology. J Heart Lung Transplant. 2015;34(3):395-403.

60. Ren X, Johns RA, Gao WD Right Heart in Pulmonary Hypertension: From Adaptation
to Failure. . Pulm Circ. 2019 Apr 3;9(3):2045894019845611.

61. Barilli M, Tavera MC, Valente S, Palazzuoli A. Structural and Hemodynamic
Changes of the Right Ventricle in PH-HFpEF. Int J Mol Sci. 2022 Apr 20;23(9):4554.

62. Guyton AC, Lindsey AW and Gilluly JJ. The limits of right ventricular compensation

following acute increase in pulmonary circulatory resistance. Circ Res 1954; 2: 326-332.

63. Hopkins WE, Ochoa LL, Richardson GW, Trulock EP. Comparison of the
hemodynamics and survival of adults with severe primary pulmonary hypertension or

Eisenmenger syndrome. J Heart Lung Transplant. 1996;15:100 —105.

64. Di Maria MV, Campbell KR, Burkett DA, Younoszai AK, Landeck BF 2nd, Mertens
L, Ivy DD, Hunter KS, Friedberg MK. Parameters of Right Ventricular Function Reveal
Ventricular-Vascular Mismatch as Determined by Right Ventricular Stroke Work versus

Pulmonary Vascular Resistance in Children with Pulmonary Hypertension. J Am Soc

Echocardiogr. 2020 Feb;33(2):218-225.

73



65. Rako ZA, Kremer N, Yogeswaran A, Richter MJ, Tello K. Adaptive versus
maladaptive right ventricular remodelling.. ESC Heart Fail. 2023 Apr;10(2):762-775.

66. Csosza G, Lazar Z, Rozgonyi Z, Vagé H, Losonczy G, Miiller V, Karlocai K.Jobb
kamrai adaptaci6 pulmonalis artérias hypertonidban [Right ventricular adaptation in

pulmonary arterial hypertension]. Orv Hetil. 2021 Sep 12;162(37):1485-1493.

67. Humbert M, Sitbon O, Chaouat A, Bertocchi M, Habib G, Gressin V, Yaici A,
Weitzenblum E, Cordier JF, Chabot F, Dromer C, Pison C, Reynaud-Gaubert M, Haloun
A, Laurent M, Hachulla E, Cottin V, Degano B, Jais X, Montani D, Souza R, Simonneau
G. Survival in patients with idiopathic, familial, and anorexigen-associated pulmonary

arterial hypertension in the modern management era.  Circulation. 2010 Jul

13;122(2):156-63.

68. Amin A, Mohamadifar A, Keshmiri MS, Ghadrdoost B, Taghavi S, Naderi N. A
simple hemodynamic parameter to predict clinical worsening in pulmonary arterial

hypertension. J Crit Care. 2017;38:324-327.

69. Howard LS, Grapsa J, Dawson D, Bellamy M, Chambers JB, Masani ND,
Nihoyannopoulos P, Simon R Gibbs J. Echocardiographic assessment of pulmonary

hypertension: standard operating procedure. Eur Respir Rev. 2012 Sep 1;21(125):239-48.

70. Alenezi F, Mandawat A, II'Giovine ZJ, Shaw LK, Siddiqui I, Tapson VF, Rivera KA,
Romano MMD, Velazquez EJ, Douglas PS, Samad Z, Rajagopal S. Clinical Utility and
Prognostic Value of Right Atrial Function in Pulmonary Hypertension. Circ Cardiovasc

Imaging. 2018;11(11).

71. Grapsa J, Pereira Nunes MC, Tan TC, Cabrita 1Z, Coulter T, Smith BC, Dawson D,
Gibbs JS, Nihoyannopoulos P. Echocardiographic and Hemodynamic Predictors of

Survival in Precapillary Pulmonary Hypertension: Seven-Year Follow-Up. Circ

Cardiovasc Imaging. 2015 Jun;8(6):¢002107.

72. Ueti OM, Camargo EE, Ueti Ade A, de Lima-Filho EC, Nogueira EA. Assessment of
right ventricular function with Doppler echocardiographic indices derived from tricuspid

annular motion: comparison with radionuclide angiography. Heart. 2002 Sep;88(3):244-
8.

74



73. Forfia, PR, Fisher MR, Mathai,SC, Housten-HarrisT, Hemnes AR, Borlaug BA,
Chamera E.a, Corretti, M.C.a, Champion, HC., Abraham TP, Girgis RE., Hassoun PM.
Tricuspid annular displacement predicts survival in pulmonary hypertension. Am J

Respir Crit Care Med, 174 (2006), pp. 1034-1041.

74. Tonelli AR, Conci D, Tamarappoo BK, Newman J, Dweik RA.Prognostic Value of
Echocardiographic Changes in Patients With Pulmonary Arterial Hypertension Receiving
Parenteral Prostacyclin Therapy. J Am Soc Echocardiogr 2014;27(7):733-741.

75. Brierre G, Souletie NB, Degano B, Tétu L, Bongard V, Carrié D. New
echocardiographic prognostic factors for mortality in pulmonary arterial hypertension.
European Journal of Echocardiography, Volume 11, Issue 6, July 2010, Pages 516522 :

ismeretlen szerzo.

76. Batal O, Dardari Z, Costabile C, Gorcsan J, Arena VC, Mathier MA. Prognostic Value
of Pericardial Effusion on Serial Echocardiograms in Pulmonary Arterial Hypertension.

Echocardiography. 2015;32(10):1471-1476.

77. Jone PN, Schifer M, Pan Z, Bremen C, Ivy DD. 3D echocardiographic evaluation of
right ventricular function and strain: a prognostic study in paediatric pulmonary

hypertension. Eur Heart J Cardiovasc Imaging. 2018 Sep;19(9):1026-1033.

78. van de Veerdonk MC, Kind T, Marcus JT, Mauritz GJ, Heymans MW, Bogaard HJ,
Boonstra A, Marques KM, Westerhof N, Vonk-Noordegraaf A. Progressive right
ventricular dysfunction in patients with pulmonary arterial hypertension responding to

therapy. J Am Coll Cardiol. 2011 Dec 6;58(24):2511-9.

79. Zhan Y, Shaw JL, Chetrit M, Arcopinto M, Steele R, Chuang ML, Manning W],
Afilalo J. Derivation of consolidated normal reference values for right and left ventricular

quantification by cardiac magnetic resonance using a novel meta-analytic approach. J

Cardiovasc Magn Reson 18, O75 (2016).

80. Garcia-Alvarez A, Garcia-Lunar I, Pereda D, Fernandez-Jimenez R, Sanchez-
Gonzéalez J, Mirelis JG, Nuiio-Ayala M, Séanchez-Quintana D, Fernandez-Friera L,
Garcia-Ruiz JM, Pizarro G, Agiiero J, Campelos P, Castella M, Sabaté M, Fuster V, Sanz
J, Ibafiez B. Association of Myocardial T1-mapping CMR With Hemodynamics and RV

75



Performance in Pulmonary Hypertension. JACC Cardiovasc Imaging 2015 Jan;8(1):76-
82.

81. Tello K, Dalmer A, Axmann J, Vanderpool R, Ghofrani HA, Naeije R, Roller F,
Seeger W, Sommer N, Wilhelm J, Gall H, Richter MJ.Reserve of Right Ventricular-
Arterial Coupling in the Setting of Chronic Overload. Circ Heart Fail 2019
Jan;12(1):e005512.

82. Jankowich M, Abbasi SA, Vang A, Choudhary G. Right Ventricular Fibrosis Is
Related to Pulmonary Artery Stiffness in Pulmonary Hypertension: A Cardiac Magnetic
Resonance Imaging Study. Am J Respir Crit Care Med. 2019;200(6):776-779.

83. Lahm T, Douglas IS, Archer SL, Bogaard HJ, Chesler NC, Haddad F, Hemnes AR,
Kawut SM, Kline JA, Kolb TM, Mathai SC, Mercier O, Michelakis ED, Naeije R, Tuder
RM, Ventetuolo CE, Vieillard-Baron A, Voelkel NF, VonkNoordegraaf A, Hassoun PM.
Assessment of right ventricular function in the research setting: knowledge gaps and

pathways forward. an official american thoracic society research statement. Am J Respir

Crit Care Med. 2018;198:e15—e43. doi: 10.1164/rccm.201806-1160ST.

84. Schramm W. The units of measurement of the ventricular stroke work: a review study.

J Clin Monit Comput. 2010;24(3):213-217.

85. Chemla D, Castelain V, Zhu K, Papelier Y, Creuzé N, Hoette S, Parent F, Simonneau
G, Humbert M, Herve P Estimating right ventricular stroke work and the pulsatile work

fraction in pulmonary hypertension.. Chest. 2013 May;143(5):1343-1350.

86. Yang W, Marsden AL, Ogawa MT, Sakarovitch C, Hall KK, Rabinovitch M,
Feinstein JA Right ventricular stroke work correlates with outcomes in pediatric

pulmonary arterial hypertension.. Pulm Circ. 2018 Jul-Sep;8(3):2045894018780534.

87. Badesch DB, Raskob GE, Elliott CG, Krichman AM, Farber HW, Frost AE, Barst RJ,
Benza RL, Liou TG, Turner M, Giles S, Feldkircher K, Miller DP, McGoon MD

Pulmonary arterial hypertension: baseline characteristics from the REVEAL Registry. .
Chest. 2010 Feb;137(2):376-87.

76



88. Rosenkranz S, Pausch C, Coghlan JG, Huscher D, Pittrow D, Griinig E, Staehler G,
Vizza CD, Gall H, Distler O, Delcroix M, Ghofrani HA, Ewert R, Kabitz HJ, Skowasch
D, Behr J, Milger K, Halank M, Wilkens H, Seyfarth HJ, Held M, Scelsi L, Neurohr C,
Vonk-Noo. Risk stratification and response to therapy in patients with pulmonary arterial
hypertension and comorbidities: A COMPERA analysis. J] Heart Lung Transplant. 2023
Jan;42(1):102-114..

89. Groth A, Vrugt B, Brock M, Speich R, Ulrich S, Huber LC. Inflammatory cytokines
in pulmonary hypertension. Respir Res. 2014 Apr 16;15(1):47.

90. Nickel N, Jonigk D, Kempf T, Bockmeyer CL, Maegel L, Rische J, Laenger F,
Lehmann U, Sauer C, Greer M, Welte T, Hoeper MM, Golpon HA. GDF-15 is abundantly
expressed in plexiform lesions in patients with pulmonary arterial hypertension and
affectsproliferation and apoptosis of pulmonary endothelial cells. Respir Res. 12, 62
(2011).

91. Perros F, Montani D, Dorfmuller P, Durand-Gasselin I, Tcherakian C, Le Pavec J,
Mazmanian M, Fadel E, Mussot S, Mercier O, Herve P, Emilie D, Eddahibi S, Simonneau
G, Souza R, Humbert M. Platelet-derived growth factor expression and function in
idiopathic pulmonary arterial hypertension. . Am J Respir Crit Care Med. 178, 81-88
(2008).

92. Calvani M, Rapisarda A, Uranchimeg B, Shoemaker RH, Melillo G.Hypoxic
induction of an HIF-1alpha-dependent bFGF autocrine loop drives angiogenesis in human

endothelial cells. Blood. 107, 2705-2712 (2006).

93. Sun M, Ramchandran R, Chen J, Yang Q, Raj JU. Smooth Muscle Insulin-Like
Growth Factor-1 Mediates Hypoxia-Induced Pulmonary Hypertension in Neonatal Mice.
Am J Respir Cell Mol Biol. 2016 Dec;55(6):779-791.

94. Selimovic N, Bergh CH, Andersson B, Sakiniene E, Carlsten H, Rundqvist B.Growth
factors and interleukin-6 across the lung circulation in pulmonary hypertension. Eur

Respir J. 34, 662-668 (2009).

77



95. Machado RD, Eickelberg O, Elliott CG, Geraci MW, Hanao ka M, Loyd JE, Newman
JH, Phillips JA 3rd, Soubrier F, Trembath RC, Chung WK.Genetics and genomics of
pulmonary arterial hypertension. ] Am Coll Cardiol. 54, S32-42 (2009).

96. Morrell NW. Pulmonary hypertension due to BMPR2 mutation: a new paradigm for
tissue remodeling? Proc Am Thorac Soc. 3, 680-686 (2006).

97. Kumar R, Mickael C, Kassa B, Gebreab L, Robinson JC, Koyanagi DE, Sanders L,
Barthel L, Meadows C, Fox D, Irwin D, Li M, McKeon BA, Riddle S, Dale Brown R,
Morgan LE, Evans CM, Hernandez-Saavedra D, Bandeira A, Maloney JP, Bull TM,
Janssen WJ, Stenmark KR. TGF-beta activation by bone marrow-derived

thrombospondin-1 causes Schistosoma- and hypoxia-induced pulmonary hypertension.

Nat Commun. 8, 15494 (2017).

98. Forsythe JA, Jiang BH, Iyer NV, Agani F, Leung SW, Koos RD, Semenza GL.
Activation of vascular endothelial growth factor gene transcription by hypoxia-inducible

factor 1. Mol Cell Biol. 16, 4604-4613 (1996).

99. Yu X, Chen X, Zheng XD, Zhang J, Zhao X, Liu Y, Zhang H, Zhang L, Yu H, Zhang
M, Ma C, Hao X, Zhu D. Growth Differentiation Factor 11 Promotes Abnormal

Proliferation and Angiogenesis of Pulmonary Artery Endothelial Cells. Hypertension. 71,
729-741 (2018).

100. Reversal of experimental pulmonary hypertension by PDGF inhibition. Schermuly
RT, Dony E, Ghofrani HA, Pullamsetti S, Savai R, Roth M, Sydykov A, Lai YJ,
Weissmann N, Seeger W, Grimminger F. J Clin Invest. 115, 2811-2821 (2005).

101. Hu Y, Chi L, Kuebler WM, Goldenberg NM.Perivascular Inflammation in
Pulmonary Arterial Hypertension. Cells. 2020 Oct 22;9(11):2338.

102. Soon E, Holmes AM, Treacy CM, Doughty NJ, Southgate L, Machado RD,
Trembath RC, Jennings S, Barker L, Nicklin P, Walker C, Budd DC, Pepke-Zaba J,
Morrell NW. Elevated levels of inflammatory cytokines predict survival in idiopathic and

familial pulmonary arterial hypertension.Circulation. 2010 Aug 31;122(9):920-7.

78



103. Daley E, Emson C, Guignabert C, de Waal Malefyt R, Louten J, Kurup VP,
Hogaboam C, Taraseviciene-Stewart L, Voelkel NF, Rabinovitch M, Grunig E, Grunig
G.Pulmonary arterial remodeling induced by a Th2 immune response. J Exp Med. 2008
Feb 18;205(2):361-72.

104. Cleary SJ, Kwaan N, Tian JJ, Calabrese DR, Mallavia B, Magnen M, Greenland JR,
Urisman A, Singer JP, Hays SR, Kukreja J, Hay AM, Howie HL, Toy P, Lowell CA,
Morrell CN, Zimring JC, Looney MR. Complement activation on endothelium initiates

antibody-mediated acute lung injury. J Clin Invest. 2020 Nov 2;130(11):5909-5923.

105. Frid MG, McKeon BA, Thurman JM, Maron BA, Li M, Zhang H, Kumar S, Sullivan
T, Laskowsky J, Fini MA, Hu S, Tuder RM, Gandjeva A, Wilkins MR, Rhodes CJ,
Ghataorhe P, Leopold JA, Wang RS, Holers VM Stenmark KR. Immunoglobulin-driven
Complement Activation Regulates Proinflammatory Remodeling in Pulmonary

Hypertension. ,. Am J Respir Crit Care Med. 2020 Jan 15;201(2):224-239. .

106. Folino A, Montarolo PG, Samaja M, Rastaldo R. Effects of apelin on the
cardiovascular system. Heart Fail Rev. 2015 Jul;20(4):505-18.

107. Taheri S, Murphy K, Cohen M, Sujkovic E, Kennedy A, Dhillo W, Dakin C, Sajedi
A, Ghatei M, Bloom S. The effects of centrally administered apelin-13 on food intake,

water intake and pituitary hormone release in rats. . Biochem Biophys Res Commun. 2002

Mar 15;291(5):1208-12.

108. Habata Y, Fujii R, Hosoya M, Fukusumi S, Kawamata Y, Hinuma S, Kitada C,
Nishizawa N, Murosaki S, Kurokawa T, Onda H, Tatemoto K, Fujino M. Apelin, the

natural ligand of the orphan receptor APJ, is abundantly secreted in the colostrum.

Biochim Biophys Acta. 1999 Oct 13;1452(1):25-35.

109. Guo L, Li Q, Wang W, Yu P, Pan H, Li P, Sun Y, Zhang J. Apelin inhibits insulin
secretion in pancreatic beta-cells by activation of PI3-kinase-phosphodiesterase.Endocr

Res. 2009;34(4):142-54.

110. Andersen CU, Markvardsen LH, Hilberg O, Simonsen U. Pulmonary apelin levels
and effects in rats with hypoxic pulmonary hypertension. Respir Med.
2009;103(11):1663-71.

79



111. Szokodi I, Tavi P, Foldes G, Voutilainen-Myllyld S, Ilves M, Tokola H, Pikkarainen
S, Piuhola J, Rysd J, Toth M, Ruskoaho H. Apelin, the novel endogenous ligand of the
orphan receptor APJ, regulates cardiac contractility. Circ Res. 2002 Sep 6;91(5):434-40.

112. Ishida J, Hashimoto T, Hashimoto Y, Nishiwaki S, Iguchi T, Harada S, Sugaya T,
Matsuzaki H, Yamamoto R, Shiota N, Okunishi H, Kihara M, Umemura S, Sugiyama F,
Yagami K, Kasuya Y, Mochizuki N, Fukamizu A. Regulatory roles for APJ, a seven-
transmembrane receptor related to angiotensin-type 1 receptor in blood pressure in vivo.

J Biol Chem. 2004 Jun 18;279(25):26274-9.

113. Ashley EA, Powers J, Chen M, Kundu R, Finsterbach T, Caffarelli A, Deng A,
Eichhorn J, Mahajan R, Agrawal R, Greve J, Robbins R, Patterson AJ, Bernstein D,
Quertermous T. The endogenous peptide apelin potently improves cardiac contractility

and reduces cardiac loading in vivo. Cardiovasc Res. 2005 Jan 1;65(1):73-82.

114. Zhang Z, Yu B, Tao GZ.Apelin protects against cardiomyocyte apoptosis induced
by glucose deprivation. Chin Med J (Engl). 2009 Oct 5;122(19):2360-5.

115. Foldes G, Horkay F, Szokodi I, Vuolteenaho O, Ilves M, Lindstedt KA, Sarman B,
Seres L, Skoumal R, Lako-Futod Z, deChatel R, Ruskoaho H, Toth M. Circulating and

cardiac levels of apelin, the novel ligand of the orphan receptor APJ, in patients with heart

failure. Biochem Biophys Res Commun. 2003;308(3):480-5.

116. Glassford AJ, Yue P, Sheikh AY, Chun HJ, Zarafshar S, Chan DA, Reaven GM,
Quertermous T, Tsao PS.HIF-1 regulates hypoxia- and insulin-induced expression of

apelin in adipocytes. Am J Physiol Endocrinol Metab. 2007 Dec;293(6):E1590-6.

117. Andersen CU, Hilberg O, Mellemkjer S, Nielsen-Kudsk JE, Simonsen U.Apelin and
pulmonary hypertension. Pulm Circ. 2011 Jul-Sep;1(3):334-46.

118. Frump AL, Albrecht M, Yakubov B, Breuils-Bonnet S, Nadeau V, Tremblay E,
Potus F, Omura J, Cook T, Fisher A, Rodriguez B, Brown RD, Stenmark KR, Rubinstein
CD, Krentz K, Tabima DM, Li R, Sun X, Chesler NC, Provencher S, Bonnet S, Lahm T.
17B-Estradiol and estrogen receptor o protect right ventricular function in pulmonary

hypertension via BMPR2 and apelin. J Clin Invest. 2021;131(6).

80



119. Brash L, Barnes GD, Brewis MJ, Church AC, Gibbs SJ, Howard LSGE, Jayasekera
G, Johnson MK, McGlinchey N, Onorato J, Simpson J, Stirrat C, Thomson S, Watson G,
Wilkins MR, Xu C, Welsh DJ, Newby DE, Peacock AJ. Short-Term Hemodynamic
Effects of Apelin in Patients With Pulmonary Arterial Hypertension. JACC Basic Transl
Sci. 2018 Mar 28;3(2):176-186.

120. Hunzeker, Z. E., Zhao, L., Kim, A. M., Parker, J. M., Zhu, Z., Xiao, H., Bai, Q.,
Wakefield, M. R., & Fang, YThe role of IL-22 in cancer. Medical oncology (Northwood,
London, England), 41(10), 240.

121. Lejeune, D., Dumoutier, L., Constantinescu, S., Kruijer, W., Schuringa, J. J., &
Renauld, J. C. Interleukin-22 (IL-22) activates the JAK/STAT, ERK, JNK, and p38 MAP
kinase pathways in a rat hepatoma cell line. Pathways that are shared with and distinct

from IL-10. The Journal of biological chemistry, 277(37), 33676-33682.

122. Wolk, K., Kunz, S., Witte, E., Friedrich, M., Asadullah, K., & Sabat, R. 1L-22

increases the innate immunity of tissues. Immunity, 21(2), 241-254..

123. . Laska J, Tota M, Lacwik J, Sedek, £.. Gomutka K. IL-22 in Atopic Dermatitis,
Cells, 13(16), 1398..

124. Yang W, Yu T, Huang X, Bilotta AJ, Xu L, Lu Y, Sun J, Pan F, Zhou J, Zhang W,
Yao S, Maynard CL, Singh N, Dann SM, Liu Z, Cong Y Intestinal microbiota-derived

short-chain fatty acids regulation of immune cell IL-22 production and gut immunity Nat

Commun. 2020 Sep 8;11(1):4457.

125. Khawar MB, Azam F, Sheikh N, Abdul Mujeeb K. How Does Interleukin-22
Mediate Liver Regeneration and Prevent Injury and Fibrosis? J Immunol Res.

2016;2016:2148129.

126. Xu W, Presnell SR, Parrish-Novak J, Kindsvogel W, Jaspers S, Chen Z, Dillon SR,
Gao Z, Gilbert T, Madden K, Schlutsmeyer S, Yao L, Whitmore TE, Chandrasekher Y,
Grant FJ, Maurer M, Jelinek L, Storey H, Brender T, Hammond A, Topouzis S, Clegg
CH, Foster D A soluble class II cytokine receptor, IL-22RA2, is a naturally occurring IL-
22 antagonist. C. Proc Natl Acad Sci U S A. 2001 Aug 14;98(17):9511-6.

81



127. Huber S, Gagliani N, Zenewicz LA, Huber FJ, Bosurgi L, Hu B, Hedl M, Zhang W,
O'Connor W Jr, Murphy AJ, Valenzuela DM, Yancopoulos GD, Booth CJ, Cho JH,
Ouyang W, Abraham C, Flavell RA. L-22BP is regulated by the inflammasome and
modulates tumorigenesis in the intestine. Nature. 2012 Nov 8;491(7423):259-63.

128. Abood RN, McHugh KJ, Rich HE, Ortiz MA, Tobin JM, Ramanan K, Robinson
KM, Bomberger JM, Kolls JK, Manni ML, Pociask DA, Alcorn JF. IL-22-binding protein
exacerbates influenza, bacterial super-infection. Mucosal Immunol. 2019

Sep;12(5):1231-1243.

129. Sertorio M, Hou X, Carmo RF, Dessein H, Cabantous S, Abdelwahed M, Romano
A, Albuquerque F, Vasconcelos L, Carmo T, Li J, Varoquaux A, Arnaud V, Oliveira P,
Hamdoun A, He H, Adbelmaboud S, Mergani A, Zhou J, Monis A, Pereira LB, Halfon
P, Bourliére M, Par IL-22 and IL-22 binding protein (IL-22BP) regulate fibrosis and
cirrhosis in hepatitis C virus and schistosome infections. Hepatology. 2015

Apr;61(4):1321-31.

130. Takahashi J, Yamamoto M, Yasukawa H, Nohara S, Nagata T, Shimozono K, Yanai
T, Sasaki T, Okabe K, Shibata T, Mawatari K, Kakuma T, Aoki H, Fukumoto Y
Interleukin-22 Directly Activates Myocardial STAT3 (Signal Transducer and Activator
of Transcription-3) Signaling Pathway and Prevents Myocardial Ischemia Reperfusion

Injury. J Am Heart Assoc. 2020 Apr 21;9(8):e014814.

131. Yamamoto M, Yasukawa H, Takahashi J, Nohara S, Sasaki T, Shibao K, Akagaki
D, Okabe K, Yanai T, Shibata T, Fukumoto Y. Endogenous interleukin-22 prevents

cardiac rupture after myocardial infarction in mice. = PLoS One. 2023 Jun

15;18(6):¢0286907. .

132. Gangemi S, Parisi P, Ricciardi L, Saitta S, Minciullo PL, Cristani MT, Nicita-Mauro
V, Saija A, Basile G. Is interleukin-22 a possible indicator of chronic heart failure's

progression? Arch Gerontol Geriatr. 2010 May-Jun;50(3):311-4.

133. Identification of Serum Interleukin-22 as Novel Biomarker in Pulmonary

Hypertension: A Translational Study. Klein F, Dinesh S, Fiedler D, Griin K, Schrepper

82



A, Bogoviku J, Bz L, Pfeil A, Kretzschmar D, Schulze PC, Mobius-Winkler S, Franz
M. hely nélk. : doi: 10.3390/ijms25073985., Int J Mol Sci. 2024 Apr 3;25(7):3985. .

134. Khadilkar P, Chougule D, Tipnis T, Khopkar U, Nadkar M, Rajadhyaksha A, Kini
S, Kharkar V, Athvale A, Athvale T, Madkaikar M, Pradhan V. A comparative study of
modulatory interaction between cytokines and apoptotic proteins among Scleroderma

patients with and without pulmonary involvement. Cytokine. 2023 Jun;166:156183.

135. . Bansal G, Das D, Hsieh CY, Wang YH, Gilmore BA, Wong CM, Suzuki YJ. IL-
22 activates oxidant signaling in pulmonary vascular smooth muscle cells Cell Signal.

2013 Dec;25(12):2727-33.

136. Crnkovic S, Schmidt A, Egemnazarov B, et al. Functional and molecular factors
associated with TAPSE in hypoxic pulmonary hypertension. Functional and molecular
factors associated with TAPSE in hypoxic pulmonary hypertension. Am J Physiol Lung
Cell Mol Physiol. 2016;311(1):L59-73.

137. Veikkola T, Alitalo K. VEGFs, receptors and angiogenesis. Semin Cancer Biol. 9,
211-220 (1999).

138. Takahashi H, Shibuya M. The vascular endothelial growth factor (VEGF)/VEGF
receptor system and its role under physiological and pathological conditions. Clin Sci

(Lond). 2005 Sep;109(3):227-41.

139. Shibuya M. Vascular Endothelial Growth Factor (VEGF) and Its Receptor (VEGFR)
Signaling in Angiogenesis: A Crucial Target for Anti- and Pro-Angiogenic Therapies.

Genes Cancer. 2011 Dec;2(12):1097-105..

140. Ladoux A, Frelin C. Hypoxia is a strong inducer of vascular endothelial growth
factor mRNA expression in the heart. Biochem Biophys Res Commun. 1993 Sep
15;195(2):1005-10..

141. Levy AP, Levy NS, Loscalzo J, Calderone A, Takahashi N, Yeo KT, Koren G,
Colucci WS, Goldberg MA. Regulation of vascular endothelial growth factor in cardiac
myocytes.. Circ Res. 76, 758-766 (1995).

&3



142. Hirose S, Hosoda Y, Furuya S, Otsuki T, Ikeda E. Expression of vascular endothelial
growth factor and its receptors correlates closely with formation of the plexiform lesion

in human pulmonary hypertension. Pathol Int. 50, 472-479 (2000).

143. Sakao S, Taraseviciene-Stewart L, Wood K, Cool CD, Voelkel NF. Apoptosis of
pulmonary microvascular endothelial cells stimulates vascular smooth muscle cell

growth. Am J Physiol Lung Cell Mol Physiol. 2006 Sep;291(3):L362-8.

144. Taraseviciene-Stewart L, Kasahara Y, Alger L, Hirth P, Mc Mahon G, Waltenberger
J, Voelkel NF, Tuder RM. Inhibition of the VEGF receptor 2 combined with chronic
hypoxia causes cell death-dependent pulmonary endothelial cell proliferation and severe

pulmonary hypertension. FASEB J. 15, 427-438 (2001).

145. Partovian C, Adnot S, Eddahibi S, Teiger E, Levame M, Dreyfus P, Raffestin B,
Frelin C. Heart and lung VEGF mRNA expression in rats with monocrotaline- or

hypoxia-induced pulmonary hypertension. Am J Physiol. 275, H1948-1956 (1998).

146. Hausenloy DJ, Yellon DM. Cardioprotective growth factors. Cardiovasc Res. 83,
179-194 (2009).

147. Seko Y, Takahashi N, Tobe K, Ueki K, Kadowaki T, Yazaki Y. Vascular endothelial
growth factor (VEGF) activates Raf-1, mitogen-activated protein (MAP) kinases, and S6
kinase (p90rsk) in cultured rat cardiac myocytes. J Cell Physiol. 1998 Jun;175(3):239-
46.

148. Takahashi N, Seko Y, Noiri E, Tobe K, Kadowaki T, Sabe H, Yazaki Y. Vascular
endothelial growth factor induces activation and subcellular translocation of focal
adhesion kinase (p125FAK) in cultured rat cardiac myocytes. Circ Res. 84, 1194-1202
(1999).

149. Drake JI, Bogaard HJ, Mizuno S, Clifton B, Xie B, Gao Y, Dumur CI, Fawcett P,
Voelkel NF, Natarajan R. Molecular signature of a right heart failure program in chronic

severe pulmonary hypertension. Am J Respir Cell Mol Biol. 45, 1239-1247 (2011).

84



150. Luo Z, Diaco M, Murohara T, Ferrara N, Isner JM, Symes JF. Vascular endothelial
growth factor attenuates myocardial ischemia-reperfusion injury. . Ann Thorac Surg. 64,

993-998 (1997).

151. Preservation of cardiac function in left ventricle cardiac hypertrophy using an AAV
vector which provides VEGF-A expression in response to p53. Bajgelman MC, Dos
Santos L, Silva GJJ, Nakamuta J, Sirvente RA, Chaves M, Krieger JE, Strauss BE.
Virology. 476, 106-114 (2015).

152. Pako J, Bikov A, Karlocai K, Csosza G, Kunos L, Losonczy G, Horvath 1. Plasma
VEGEF levels and their relation to right ventricular function in pulmonary hypertension.

Clin Exp Hypertens. 37, 340-344 (2015).

153. Kumpers P, Nickel N, Lukasz A, Golpon H, Westerkamp V, Olsson KM, Jonigk D,
Maegel L, Bockmeyer CL, David S, Hoeper MM. Circulating angiopoietins in idiopathic
pulmonary arterial hypertension. Eur Heart J. 31, 2291-2300 (2010).

154. Alastalo TP, Li M, Perez Vde J, Pham D, Sawada H, Wang JK, Koskenvuo M, Wang
L, Freeman BA, Chang HY, Rabinovitch M. Disruption of PPARY/B-catenin-mediated
regulation of apelin impairs BMP-induced mouse and human pulmonary arterial EC

survival. Clin Invest. 2011 Sep;121(9):3735-46.

155. Zenewicz LA, Flavell RA. Recent advances in IL-22 biology. Int Immunol. 2011
Mar;23(3):159-63.

156. Kleinz MJ, Skepper JN, Davenport AP. Immunocytochemical localisation of the
apelin receptor, APJ, to human cardiomyocytes, vascular smooth muscle and endothelial

cells. Regul Pept. 2005;126(3):233-40.

157. Louzier V, Raffestin B, Leroux A, Branellec D, Caillaud JM, Levame M, Eddahibi
S, Adnot S. Role of VEGF-B in the lung during development of chronic hypoxic
pulmonary hypertension. Am J Physiol Lung Cell Mol Physiol. 284, L.926-937 (2003).

158. Partovian C, Adnot S, Raffestin B, Louzier V, Levame M, Mavier IM, Lemarchand

P, Eddahibi S. Adenovirus-mediated lung vascular endothelial growth factor

85



overexpression protects against hypoxic pulmonary hypertension in rats. Am J Respir

Cell Mol Biol. 23, 762-771 (2000).

159. Chen MM, Ashley EA, Deng DX, Tsalenko A, Deng A, Tabibiazar R, Ben-Dor A,
Fenster B, Yang E, King JY, Fowler M, Robbins R, Johnson FL, Bruhn L, McDonagh T,
Dargie H, Yakhini Z, Tsao PS, Quertermous T. Novel role for the potent endogenous
inotrope apelin in human cardiac dysfunction. Circulation. 2003 Sep 23;108(12):1432-9.

160. Goetze JP, Rehfeld JF, Carlsen J, Videbaek R, Andersen CB, Boesgaard S, Friis-
Hansen L Apelin: a new plasma marker of cardiopulmonary disease. Regul Pept. 2006

Jan 15;133(1-3):134-8.

161. Foris V, Kovacs G, Avian A, Balint Z, Douschan P, Ghanim B, Klepetko W,
Olschewski A, Olschewski H. Apelin-17 to diagnose idiopathic pulmonary arterial
hypertension: A biomarker study. Front Physiol. 2023 Jan 4;13:986295.

162. Cui RR, Mao DA, Yi L, Wang C, Zhang XX, Xie H, Wu XP, Liao XB, Zhou H,
Meng JC, Yuan LQ, Liao EY. Apelin suppresses apoptosis of human vascular smooth
muscle cells via APJ/PI3-K/Akt signaling pathways. Amino Acids. 2010
Nov;39(5):1193-200.

163. Lee DK, Cheng R, Nguyen T, Fan T, Kariyawasam AP, Liu Y, Osmond DH, George
SR, O'Dowd BF. Characterization of apelin, the ligand for the APJ receptor. J
Neurochem. 2000 Jan;74(1):34-41.

164. Dai T, Ramirez-Correa G, Gao WD. Apelin increases contractility in failing cardiac

muscle. Eur J Pharmacol. 2006 Dec 28;553(1-3):222-8.

165. Zeng XJ, Zhang LK, Wang HX, Lu LQ, Ma LQ, Tang CS. Apelin protects heart
against ischemia/reperfusion injury in rat. Peptides. 2009 Jun;30(6):1144-52.

166. Simpkin JC, Yellon DM, Davidson SM, Lim SY, Wynne AM, Smith CC. Apelin-
13 and apelin-36 exhibit direct cardioprotective activity against ischemia-reperfusion

injury. Basic Res Cardiol. 2007 Nov;102(6):518-28.

86



167. Chemla D, Lau EM, Papelier Y, Attal P, Hervé P. Pulmonary vascular resistance
and compliance relationship in pulmonary hypertension. Eur Respir J. 2015

Oct;46(4):1178-89..

168. Ibe T, Wada H, Sakakura K, Ito M, Ugata Y, Yamamoto K, Taniguchi Y,
Momomura SI, Fujita H. Right Ventricular Stroke Work Index. Int Heart J. 2018 Sep
26;59(5):1047-1051.

169. Austin C, Alassas K, Burger C, Safford R, Pagan R, Duello K, Kumar P, Zeiger T,
Shapiro B. Echocardiographic assessment of estimated right atrial pressure and size

predicts mortality in pulmonary arterial hypertension. Chest. 2015;147(1):198-208.

170. Augustine DX, Coates-Bradshaw LD, Willis J, Harkness A, Ring L, Grapsa J,
Coghlan G, Kaye N, Oxborough D, Robinson S, Sandoval J, Rana BS, Siva A,
Nihoyannopoulos P, Howard LS, Fox K, Bhattacharyya S, Sharma V, Steeds RP, Mathew
T. Echocardiographic assessment of pulmonary hypertension: a guideline protocol from

the British Society of Echocardiography. Echo Res Pract. 2018 Sep;5(3):G11-G24.

171. Tello K, Wan J, Dalmer A, Vanderpool R, Ghofrani HA, Naeije R, Roller F,
Mohajerani E, Seeger W, Herberg U, Sommer N, Gall H, Richter MJ. Validation of the
Tricuspid Annular Plane Systolic Excursion/Systolic Pulmonary Artery Pressure Ratio
for the Assessment of Right Ventricular-Arterial Coupling in Severe Pulmonary

Hypertension. Circ Cardiovasc Imaging. 2019 Sep;12(9):e009047.

172. Tello K, Axmann J, Ghofrani HA, Naeije R, Narcin N, Rieth A, Seeger W, Gall H,
Richter MJ. Relevance of the TAPSE/PASP ratio in pulmonary arterial hypertension. Int
J Cardiol. 2018 Sep 1;266:229-235.

173. Graham BL, Steenbruggen I, Miller MR, Barjaktarevic 1Z, Cooper BG, Hall GL, et
al. Standardization of Spirometry 2019 Update. An Official American Thoracic Society
and European Respiratory Society Technical Statement. Standardization of Spirometry
2019 Update. An Official American Thoracic Society and European Respiratory Society
Technical Statement. Am J Respir Crit Care Med. 2019;200(8):e70-e88.

174. Kammin EJ. The 6-Minute Walk Test: Indications and Guidelines for Use in
Outpatient Practices. J Nurse Pract. 2022 Jun;18(6):608-610.

87



175. Schemper M, Smith TL. A note on quantifying follow-up in studies of failure time.
. Control Clin Trials. 1996;17(4):343-346.

176. Csosza G., Dinya E, Rozgonyi Z., Lazar Z., Miiller V., Karlécai K. Assessment of
Right Ventricular Work in Precapillary Pulmonary Hypertension (Poster). ATS 2023.

Am J Respir Crit Care Med 2023;207:A3804.

177. Csosza G, Valko L, Dinya E, Losonczy G, Miiller V, Lazar Z, Karlocai K. Right
ventricular stroke work index in pulmonary arterial hypertension and chronic
thromboembolic pulmonary hypertension: A retrospective observational study. Pulm

Circ. 2024 Dec 13;14(4):e12433.

178. Csosza G, Szlics G, Rozgonyi Z, Csoma B, Losonczy G, Miiller V, Karlécai K, Lazar
Z. Circulating apelin, IL22RA2 and VEGF in pre-capillary pulmonary hypertension.
Physiol Int. 2023 Nov 17;110(4):356-370.179. Ibe T, Wada H, Sakakura K, Ito M, Ugata
Y, Yamamoto K, Taniguchi Y, Momomura SI, Fujita H. Right Ventricular Stroke Work
Index.Int Heart J. 2018 Sep 26;59(5):1047-1051.

180. Clapham KR, Highland KB, Rao Y, Fares WH. Reduced RVSWI Is Associated With
Increased Mortality in Connective Tissue Disease Associated Pulmonary Arterial

Hypertension. Front Cardiovasc Med. 2020 Apr 30;7:77..

181. Galie N, Barbera JA, Frost AE, Ghofrani HA, Hoeper MM, McLaughlin VV,
Peacock AJ, Simonneau G, Vachiery JL, Griinig E, Oudiz RJ, Vonk-Noordegraaf A,
White RJ, Blair C, Gillies H, Miller KL, Harris JH, Langley J, Rubin LJ. AMBITION
Investigators. Initial Use of Ambrisentan plus Tadalafil in Pulmonary Arterial

Hypertension. N Engl J Med. 2015 Aug 27;373(9):834-44.

182. Brittain EL, Pugh ME, Wheeler LA, Robbins IM, Loyd JE, Newman JH, Larkin EK,
Austin ED, Hemnes AR. Shorter survival in familial versus idiopathic pulmonary arterial
hypertension is associated with hemodynamic markers of impaired right ventricular

function. Pulm Circ. 2013 Sep;3(3):589-98.180.

88



183. Lopaschuk GD, Karwi QG, Tian R, Wende AR, Abel ED. Cardiac Energy
Metabolism in Heart Failure. Circ Res. 2021;128(10):1487-1513.

184. Benson L, Brittain EL, Pugh ME, Austin ED, Fox K, Wheeler L, Robbins 1M,
Hemnes AR. Impact of diabetes on survival and right ventricular compensation in

pulmonary arterial hypertension. Pulm Circ. 2014;4(2):311-318.

185. Di Maria MV, Younoszai AK, Mertens L, Landeck BF 2nd, Ivy DD, Hunter KS,
Friedberg MK. RV stroke work in children with pulmonary arterial hypertension:

estimation based on invasive haemodynamic assessment and correlation with outcomes.

Heart. 2014 Sep;100(17):1342-7.

186. Sandqvist A, Kylhammar D, Bartfay SE, Hesselstrand R, Hjalmarsson C,
Kavianipour M, Nisell M, Ridegran G, Wikstrom G, Kjellstrom B, Soderberg S.

Riskstratification in chronic thromboembolic pulmonary hypertension predicts survival.

Scand Cardiovasc J. 2021 Feb;55(1):43-49.

187. Quan R, Yang Y, Yang Z, Tian H, Li S, Shen J, Ji Y, Zhang G, Zhang C, Wang G,
LiuY, Cheng Z, Yu Z, Song Z, Zheng Z, Cui W, Chen Y, Liu S, Chen X, Qian Y, Xiong
C, Shan G, He J. Risk prediction in medically treated chronic thromboembolic pulmonary

hypertension. BMC Pulm Med. 2021 Apr 20;21(1):128.

188. Humbert M, Farber HW, Ghofrani HA, Benza RL, Busse D, Meier C, Hoeper MM.
Risk assessment in pulmonary arterial hypertension and chronic thromboembolic

pulmonary hypertension. Eur Respir J. 2019;53(6):1802004.

189. Kotenko SV, Izotova LS, Mirochnitchenko OV, Esterova E, Dickensheets H,
Donnelly RP, Pestka S. Identification, cloning, and characterization of a novel soluble
receptor that binds IL-22 and neutralizes its activity. J Immunol. 2001;166(12):7096-
7103.

190. Voelkel NF, Gomez-Arroyo J. The role of vascular endothelial growth factor in
pulmonary arterial hypertension. The angiogenesis paradox .Am J Respir Cell Mol Biol.
2014;51(4):474-84.

&9



191. Hassoun PM, Mouthon L, Barbera JA, Eddahibi S, Flores SC, Grimminger F, Jones
PL, Maitland ML, Michelakis ED, Morrell NW, Newman JH, Rabinovitch M, Schermuly
R, Stenmark KR, Voelkel NF, Yuan JX, Humbert M. Inflammation, growth factors, and
pulmonary vascular remodeling. J] Am Coll Cardiol. 2009;54(1 Suppl):S10-S9.

90



9. Bibliography of the candidate’s publications

9.1.

1.

Publications related to the subjects of the dissertation

Csoésza G, Sziics G, Rozgonyi Z, Csoma B, Losonczy G, Miiller V, Karldcai K, Lazar
Z.
Circulating apelin, IL22RA2 and VEGF in pre-capillary pulmonary hypertension.
Physiology International 2023; 110: 356-370.
IF: 2.2 (Q2)
Csosza G, Valko L, Dinya E, Losonczy G, Miiller V, Lazar Z*, Karlocai K*.
Right ventricular stroke work index in pulmonary arterial hypertension and chronic
thromboembolic pulmonary hypertension
Pulmonary Circulation 2024;14(4):e12433.
IF: 2.2 (2023) (Q2)
*these authors contributed equally
Gyorgyi Csosza, Balazs Csoma, Zsolt Rozgonyi, Gyorgy Losonczy, Veronika
Miuiller, Zso6fia Lazar, Kristof Karlocai
Pulmonary vascular remodeling and right ventricular adaptation in precapillary
pulmonary hypertension
Cardiologia Hungarica 2023; 52:2pp, 105-111.
IF: -
Csosza Gy. Lazar Zs. Rozgonyi Zs. Vagd H. Losonczy Gy. Miiller V. Karlocai K.
[Right ventricular adaptation in pulmonary arterial hypertension]
Orvosi Hetilap 2021;162(37):1485-1493
IF: 0.54
G. Csobsza, E. Dinya, Z. Rozgonyi, Z. Lazér, V. Miiller, K. Karlocai
Poster: Assessment of Right Ventricular Work in Precapillary Pulmonary
Hypertension
ATS 2023. Am J Respir Crit Care Med 2023;207:A3804

91



9.2. Publications not related to the subject of the dissertation

1. Csoésza G, Gaspar M, Gingl Z, Korsos A, Takacs Z, Rudas L
[Baroreflex sensitivity and orthostasis tolerance]

Kardiovaszkularis Prevencio és Rehabilitacio 2010; 3:(2) pp. 8-13. 2010

2. Pako J, Bikov A, Karlocai K, Csosza Gy., Kunos L, Losonczy Gy, Horvath I
Plasma VEGF levels and their relation to right ventricular function in pulmonary
hypertension
Clinical and Experimental Hypertension, 2015;37(4):340-4.

IF: 1,354
3. Csosza Gy.
[Pulmonary Medicine: WORCESTER]
Orvostovabbképzo Szemle, 2015. 22. évf. 11. sz., p. 62-64

4. Csoésza Gy, Karlocai K, Téth LA, Losonczy Gy, Wanner A, Horvath G
Change of bronchial circulation in pulmonary arterial hypertension
Cardiologia Hungarica,2016; 46: 239-243

5. Csoésza Gy, Lazar Zs, Karlocai K
Pulmonary endarterectomy in chronic thromboembolic pulmonary hypertension -
Case report
Medicina thoracalis, 2018; 71;1. 3-9.

6. Lazar Zs, Csosza Gy, Karlocai K
Pathomechanism and treatment of chronic thromboembolic pulmonary hypertension
Medicina thoracalis, 2018; 71;1. 41-45.

7. Csosza Gy, Valko L, Baglyas Sz, Losonczy Gy, Lorx A, Gal J, Karlocai K
Treatment of pulmonary hypertension caused by chest deformity - Case report
Cardiologia Hungarica 2019; 49: 184—187.

8. Valko L, Csosza Gy, Merei A, Muhl D, Faludi F, Karlocai K, Lorx A, Gal J
Management of acutely decompensated chronic thromboembolic pulmonary
hypertension in late pregnancy: a case report
BMC Pregnancy and Childbirth, 2019;19:365
IF: 2,239

92


http://www.tandfonline.com/author/Pako%2C+Judit
http://www.tandfonline.com/author/Bikov%2C+Andras
http://www.tandfonline.com/author/Karlocai%2C+Kristof
http://www.tandfonline.com/author/Csosza%2C+Gyorgyi
http://www.tandfonline.com/author/Kunos%2C+Laszlo
http://www.tandfonline.com/author/Losonczy%2C+Gyorgy
http://www.tandfonline.com/author/Horvath%2C+Ildiko
http://www.tandfonline.com/doi/full/10.3109/10641963.2014.972561
http://www.tandfonline.com/doi/full/10.3109/10641963.2014.972561
http://www.tandfonline.com/toc/iceh20/current

9. Csosza G., Karlécai K., Losonczy G., Miiller V., Lazar Z.
Growth factors in pulmonary arterial hypertension: Focus on preserving right
ventricular function
Physiology International Acta Physiol Hung, 2020; 107(2), 177-194
IF:2.09

10. Karlécai K, Ablonczy L, Agoston G, Balint OH, Cso6sza Gy, Daragé A, Faludi R,
Forster T, Péter A, Temesvari A, Varga A
A change of attitude in the treatment of pulmonary arterial hypertension

Cardiologia Hungarica 2020; 50:B1-B6

93


https://akjournals.com/view/journals/2060/107/2/article-p177.xml
https://akjournals.com/view/journals/2060/107/2/article-p177.xml

10. Acknowledgements

I would like to express my deepest gratitude to my supervisor, Zsofia Lazar, whose
dedicated encouragement, guidance, insights, support, and help have been instrumental
in my research project.

I would like to sincerely thank the current and former Heads of the Department, Veronika
Miiller, and Gyo6rgy Losonczy, for their encouragement and support. Their leadership has
created an environment conducive to research pursuits, and their insights help make my
research successful.

Moreover, I would like to express my gratitude to Kristof Karldcai, who created the
opportunity for clinical and research work, paved my path, and deepened my knowledge.
Furthermore, I am deeply grateful for Elek Dinya's encouragement and selfless help. His
insights have greatly helped to advance scientific ideas.

I also owe a debt of gratitude to my family, whose understanding and patience have
sustained me through the challenges of doctoral studies.

Special thanks are also due to the best cardiology assistants for Timea Baranyi and the
clinicians and professionals within the Department whose expertise and collaboration
enriched of this research.

I am also grateful to the Hungarian Respiratory Foundation for the research grant it
provided, which facilitated the pursuit of this research and contributed significantly to its
realization.

Finally, I would like to express my appreciation to all those whose names may not appear
here but who have provided encouragement, assistance, and support in various capacities

throughout this endeavour.

94



