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Abstract: (1) Background: Heart failure with reduced ejection fraction (HFrEF) remains a major health
burden. Angiotensin-Receptor-Neprilysin-Inhibitors (ARNIs) are an established HFrEF therapy
which increases natriuretic peptide levels by inhibiting neprilysin. Leptin is a lipid metabolism
parameter, which is also involved in glucose metabolism and is suggested to correlate with HF
burden. While the hormone also seems to interact with neprilysin, potential associations with ARNI
therapy have not been investigated yet. (2) Methods: To study this issue, we measured levels of leptin
and fructosamine in consecutive 72 HFrEF patients before initiation of ARNI therapy and 3—-6 months
after initiation of therapy in two European centers. Biomarker levels were correlated with clinical
parameters including ejection fraction, LVEF, and NYHA class. (3) Results: During a follow-up
of up to 6 months, clinical parameters improved significantly (LVEF: 30.2 £ 7.8% to 37.6 &= 10.0%,
(p < 0.001) and a significant improvement of the mean NYHA class with initial 32 patients in NYHA
III or IV and 8 patients in NYHA class III/IV during the follow up (p < 0.001). The initial NT-proBNP
levels of 2251.5 4 2566.8 pg/mL significantly improved to 1416.7 &+ 2145 pg/mL, p = 0.008) during
follow up. ARNI therapy was also associated with an increase in leptin levels (17.5 £ 23.4 pug/L
t0 22.9 £ 29.3, p < 0.001) and furthermore, affected glucose metabolism indicated by elevation of
fructosamine values (333.9 £ 156.8 pmol/L to 454.8 &= 197.8 umol/L, p = 0.013). (4) Conclusion: while
in the early phase of therapy, ARNI promotes clinical improvement of HFrEF, and it also seems to
affect fat and glucose parameters, indicating significant metabolic implications of this therapy regime.

Keywords: leptin; fructosamine; lipid; glucose; metabolism; ARNI; heart failure; HFrEF; neprilysin;

valsartan

1. Introduction

Heart failure is a major health burden and a leading cause of death with a prevalence
of 1.5% to 2% and is estimated to rise to about 3% in the year 2030 [1-3]. Shown on an
individual level, the lifetime risk is about 20% among adults aged 40 years or older and
has a 5-year mortality rate of 60%, which is comparable to many cancers [4,5]. On average,
patients have one hospital admission per year after diagnosis and it is the number one
reason for the hospital admission of patients aged 65 years or older [6,7]. Interestingly, after
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a peak in hospital admissions for heart failure in the 1990s, the incidence of first hospital
admissions is rising again in the period from 1998 to 2017 [8-10].

During the last decade, the development of angiotensin-neprilysin inhibitors (ARNISs)
was a milestone in the improvement of heart failure morbidity [11,12]. ARNIs improve the
survival rate of heart failure patients by inhibition of neprilysin which leads to an increase
in ANP (atrial natriuretic peptide) and BNP (brain natriuretic peptide) levels, which in turn
has beneficial effects on preload, inflammation, and fibrosis [13,14]. Neprilysin also affects
lipid metabolism by promoting adipogenesis indirectly via BNP inhibition and directly
by potentiation of the phosphatidylinositol 3-kinase [15-17]. This is of special interest
since obesity was described as an independent risk factor for heart failure [18]. A third
remarkable metabolic effect of ARNIs was found in glucose metabolism, where the therapy
initiation of ARNISs in heart failure patients reduced the need for new insulin therapy by 29%
compared to placebo therapy [19]. Increased levels of hbAlc are known to be associated
with the progression of heart failure [20]. Here, the mechanisms under discussion are the
effects of neprilysin on lipid mobilization from adipose tissue via ANDP, indirect effects via
adiponectin release, or the beneficial effects of increased BNP levels [19,21-23]

The adipokine leptin is secreted predominantly by adipocytes and was initially de-
scribed as a lipid metabolism marker in its role to reduce food intake and increase energy
expenditure [24]. Nevertheless, it seems also to be a promising tool for treating diabetes
because it affects glucose metabolism in experimental trials [25]. Leptin improves hepatic
insulin sensitivity and glucose uptake in skeletal muscle [26]. Additionally, subcutaneous
leptin injection prevents an increase in body fat and improves blood glucose levels in
diabetic mice [26,27]. On the other hand, leptin resistance in chronic leptin elevation might
blunt the beneficial insulin-sensitizing effects [26,28]. Another parallel to neprilysin is that
leptin also has multiple interactions in the cardiovascular system: it is known to be elevated
in chronic heart failure [29] and causes its deterioration by activating the sympathetic
nervous system, the renin-angiotensin-aldosterone system (RAAS) [30], local and systemic
inflammation [30,31] and direct effects on calcium handling [32,33]. On the organ level,
chronic elevation causes inflammation, fibrosis, endothelial dysfunction [30,34,35], and
left ventricular hypertrophy [30,33] and is associated with increased vascular stiffness [36].
Furthermore, epicardial adipokines directly affect the heart [37]. The interaction of adipose
tissue, cardiomyocytes, and smooth muscle cells is reflected by the presence of leptin
receptors and the ability of leptin secretion in these tissues [38]. Chronic leptin elevation
is associated with adverse cardiovascular outcomes irrespective of BMI levels. Increased
levels of leptin were independently associated with a higher incidence of heart failure [39].
In this context, speculations about a possible interaction of leptin and neprilysin in heart
failure, glucose and lipid metabolism are considered [30]. Consequently, this could raise
further suggestions about possible alterations in the leptin pathway during ARNI therapy
in HFrEF. While this also might have possible implications for glucose metabolism, this
topic was not evaluated yet.

To examine this issue, we investigated levels of leptin and fructosamine as indica-
tors of measure of non-enzymatic glycation of circulating proteins thus reflecting glucose
levels [40] in consecutive 72 HFrEF patients before initiation of ARNI therapy and af-
ter 3-6 months of follow-up in 2 European centers. We hypothesized that inhibition of
neprilysin would improve HFrEF and affect leptin levels with potential implications for
glucose metabolism.

2. Materials and Methods
2.1. Study Population

In this prospective, observational study patients from two medical centers were inves-
tigated. The study included 72 patients with HFrEF of ischemic (n = 36) and non-ischemic
(n = 36) origin. Consecutive patients who provided informed consent and presented at the
University Hospital of Salzburg, Austria, or the University Hospital Muenster, Germany
with chronic heart failure or progression of chronic heart failure and typical symptoms,
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elevated N-terminal pro-brain natriuretic peptide (NT-proBNP) > 300 ng/L, left ventricular
ejection fraction (LVEF) < 40%, and new treatment with ARNIs were included. Subjects
were enrolled between March 2018 and December 2020. The ARNI dose was titrated to
103/97 mg if tolerated. During acute presentation and after three to six months of follow-up,
blood samples were taken and clinical investigations including echocardiography were
performed. The primary outcomes were the dynamics of NYHA class, LVEF, as well as
levels of NT-proBNDP, leptin and fructosamine in fasting state under therapy. To assess
the effect on the RAAS system, renin and aldosterone levels were measured. No patient
was lost during follow-up. Patients were excluded in case of severe valvular heart disease,
incompliance, or discontinuation because of severe side effects. Two patients were excluded
due to discontinuation of therapy because of side effects.

2.2. Blood Sampling

Blood was drawn from a cubical vein and collected in a serum vial to initiate blood
coagulation. Notably, 30 min after collection, the blood was centrifuged at 2000 g at 4 °C
for 20 min. Thereafter, the supernatant was withdrawn and was immediately frozen at
—80 °C until further analysis. The parameters glucose, triglycerides, LDL and HDL were
obtained as part of our routine blood draw in fasting state. To assess the effect on the RAAS
system, we assessed renin and aldosterone levels in the morning after 15 min in seated
body posture. In case the test was performed after more than two hours delay, centrifuged,
refrigerated blood samples were used.

2.3. Biomarker Analysis

Serum concentrations of leptin and fructosamine were measured by a colorimetric
detection method. The assays were performed according to the manufacturer’s instructions.

In brief, for leptin enzyme-linked immunosorbent assay (ELISA; RD19100110, BioVend-
or—Laboratorni medicina a.s., Brno, Czech Republic) the serum samples and the provided
standards and quality controls were diluted three-fold with dilution buffer just prior to the
assay. Thereafter, 100 uL of the dilutions were applied to the wells. The plates were then
incubated for 1 h at room temperature (RT) while they were gently shaken on an orbital
shaker. After that, the plates were washed three times with the provided and previously
prepared wash solution. Notably, 100 puL of conjugate solution was applied, followed by a
1 h incubation at RT. After the next washing step, 100 puL of substrate solution was added
to the wells and was incubated for 10 min at RT without shaking. The color development
was stopped by the addition of 100 pL stop solution to the applied substrate. Finally, the
optical density (OD) was determined within 5 min with the help of a microplate reader
at a wavelength of 450 nm (iMark Microplate Absorbance Reader, Bio-Rad Laboratories,
Vienna, Austria).

The fructosamine assay (ab228558; abcam, Cambridge, UK) is based on the reduction
of nitro blue tetrazolium (NBT) by fructosamine. For performing the assay, the reagents
were prepared according to the manufacturer’s instructions. Thereafter, the fructosamine
calibrator and the samples were pipetted into the wells of a clear 96-well plate. The
previously prepared reagent mix was added to each sample, followed by the addition of
NBT. Then, the plates were incubated for 10 min at 37 °C and the color reaction was gained
by adding Fructosamine Buffer B and the incubation at 37 °C for 5 min in the dark. Finally,
absorbance was determined by a microplate reader at a wavelength of 530 nm at the time
points 5 min (OD;) and 15 min (OD,). Fructosamine concentrations were calculated using
the OD intervals of the calibrator in relation to the samples.

To determine the levels of the lipid parameters LDL, HDL, total cholesterol, and
triglycerides, a tube of serum blood was analyzed in the central laboratory of our clinic,
where the levels were determined by photometric method (Cobas 8000™; C701™, Fa.
Roche Diagnostics, Mannheim, Germany). The same procedure was performed for the
fasting glucose levels, which were determined by using an enzymatic reference method
with hexokinase. For the measurement of renin and aldosterone, the laboratory test was
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performed with EDTA blood by a specialized subsection of our laboratory unit, using
an ELISA-based photometric method (Sunrise™ absorbance reader, Fa. Tecan Group,
Minnedorf, Switzerland).

2.4. Ethics

The study conformed to the Declaration of Helsinki, had ethics approval by the local
ethics committee (protocol codes in Salzburg/Miinster: 415-E/2427/7-2019, 2019-011-£-S;
dates of approval June 2019; March 2019) and all participants provided written informed
consent prior to inclusion.

2.5. Statistics

Statistical analyses were performed in IBM SPSS Statistics version 27 (IBM Corp.,
Armonk, NY, USA). To assess normal distribution of parameters, the Shapiro-Wilk test was
used. Normally distributed baseline parameters were presented as mean and standard
error of the mean. Means were compared by student’s t-test. Not normally distributed
baseline parameters were expressed as median and inter-quartile range (IQR) and were
compared with Mann-Whitney-U-Test.

Dynamics of concentrations of biomarkers in HFrEF were assessed with dependent
t-test for normally distributed variables or with Wilcoxon signed rank test for non-normally
distributed variables. Categorical variables were expressed as numbers and percentages
and compared by using chi-squared test. Correlations were assessed with Pearson’s corre-
lation coefficient or Spearmen’s rank correlation coefficient. All p-values were 2-sided and
statistical significance was set at below 0.05.

3. Results

Baseline characteristics of the 72 included patients (mean age 62 4= 12.7 years, 26.4% women)
are shown in Table 1. The mean LVEF was 30.2% (IQR 25.0%;37.0%), of which half
had ischemic genesis and half dilatative genesis (1 = 36/36; 50%/50%). The majority
of patients were under sufficient heart failure therapy with angiotensin-converting en-
zyme inhibitors (ACEI) or angiotensin-1 receptor (ARB) inhibitors (88.9%), betablock-
ers (BB) (87.5%), and mineralocorticoid receptor antagonists (68.1%) before initiation
of ARNI therapy. Initially, a high number of patients suffered from severe symptoms
(44% NYHA III/IV) and a mean NT-proBNP of 2251 pg/mL (IQR 415-2679). The mean
BMI was 28.1 (IQR 23.4;30.9), and 29.2% were obese (defined as a BMI of 30 or higher). The
mean LDL was 85.6 mg/dL (IQR 58;97) and the mean triglyceride level was 130.7 mg/dL
(IQR 90;148) whereby 44 patients (61.1%) were on statin therapy. Diabetes mellitus was pre-
viously diagnosed in 19.4% of patients with a mean HbAlc of 6.9% =+ 1.11% in comparison
to 5.6% =+ 0.39% in non-diabetic patients. On average, patients reached 59% of target ARNI
dose of 103/97 mg until follow-up. The median follow-up time was 3.9 (3.1;5.6) months.

Table 1. Baseline characteristics; median, lower and upper quartiles or standard deviation (Q1; Q3 or
SD) and 7 (%).

Baseline Characteristics Specification Results Q1; Q3/SD or %
. Age (years) 62.0 (£12.7)
Demographics Gender (male/female) 54/20 (73;27)
Ischemic Cardiomyopathy 36 (50.0)
Non-ischemic Cardiomyopathy 36 (50.0)
Atrial fibrillation * 20 (26.8)
. . Dyslipidemia 42 (56.3)
Medical history Diabetes Mellitus 2 (32.4)
Hypertension 39 (54.9)
Chronic kidney disease ** 22 (30.6)

History of smoking 36 (51.4)
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Table 1. Cont.
Baseline Characteristics Specification Results Q1; Q3/SD or %
BMI 28.1 (23.4;30.9)
SBP (mmHg) 125 (113,137)
Clinical Measurement Heart rate (bpm) 72 (60;81)
LVEF (%) 30.2 (25.0;37.0)
LVEDD (mm) 60.4 (£8.8)
ACE/ARB (before ARNI) 64 (88.9)
BB 63 (87.5)
MRA 49 (68.1)
Statin 44 (61.1)
Ezetimib 7 (9.3)
Treatment Loop Diuretics 40 (55.6)
Thiazides 3 4.2)
Metformin 20 (27.7)
GLP-1 Inhibitors 7 9.2)
Insulin 5 (6.7)
NT-proBNP (ng/L) 2251 (415;2679)
Hemoglobin g/L 139 (£1.8)
eGFR (mL/min/1.73 m?) 69.7 (56.0;87.0)
Total cholesterol (mg/dL) 156.3 (122;176)
Laboratory Triglyceride (mg/dL) 130.7 (90;148)
LDL (mg/dL) 85.6 (58;97)
HDL (mg/dL) 51.5 (37,58)
HbAlc (%) 59 (5.4;6.1)
CRP (mg/dL) 0.7 (0.38;0.63)

* Including the history of paroxysmal, persistent or permanent atrial fibrillation; ** eGFR < 60 mL/min/1.73 m?.

3.1. Concentrations and Dynamics

Biomarker dynamics are shown in Figure 1. Mean baseline levels of leptin were
17.5 £ 23.4 ng/mL, mean baseline levels of fructosamine were 333.9 &+ 156.8 pmol/L, and
mean baseline levels of NT-proBNP were 2251.5 £ 2566.8 pg/mL. Under HF medical
therapy, a significant improvement in ejection fraction from 30.2 & 7.8% to 37.6 &+ 10.0%
(p < 0.001) and a significant decrease of NT-proBNP to 1416.7 £ 2145 pg/mL (p = 0.008) was
shown. Interestingly, along with that, a significant increase in leptin levels to 22.9 £ 29.3
(p <0.001) and a significant increase in fructosamine levels to 454.8 + 197.8 umol/L
(p = 0.013) was shown. General lipid and metabolism parameters are shown in Table A1.
At follow up, the level of total cholesterol was 150 mg/dL (IQR 132;169; p = 0.575), and
the LDL cholesterol level was 84 mg/dL (IQR 60;103, p = 0.814) and did not significantly
change. There was a significant increase in triglyceride levels to 141 mg/dL (IQR 92;178;
p = 0.009). The hbAlc level at control was 5.7% (IQR 5.4;5.9) and did not significantly
differ from the initial level (p = 0.521). There was no significant change in mean fasting
glucose level during follow-up from 98 mg/dL (IQR 90;115) to 99 mg/dL (IQR 85;114;
p = 0.391). The baseline level of aldosterone was 81.5 ng/L (IQR 51.5;173.0) and did not
change significantly to 129.0 ng/L (IQR 77.1;179.0; p = 0.208). The mean level of renin was
28.9 ng/L (IQR 6.5;139.0) and showed a non-significant change to 47.5 ng/L (IQR 6.2; 228.0;
p = 0.683). There was no significant difference in the aldosterone renin quotient between
baseline with 10.1 (IQR 0.5; 11.3) and follow up with 9.2 (IQR 0.4;10.7; p = 0.983).
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Figure 1. (A) Left ventricular ejection fraction, (B) plasma concentration of NT-pBNP, (C) plasma
concentration of fructosamine, and (D) plasma concentration of leptin. *: p < 0.05.

3.2. Correlations

Correlations are shown in Figure 2. There was a significant correlation between initial
NT-proBNP and initial LVEF (R = 0.416, p < 0.001) but there was no significant correlation
between the change of NT-proBNP and change of leptin (R = 0.007, p = 0.971). Furthermore,
we could not find a significant correlation between the change in ejection fraction and the
change in leptin (R = 0.183, p = 0.235).

We could find a significant correlation between initial leptin levels and initial BMI
(R =0.703, p < 0.001). Furthermore, there was a significant correlation between initial BMI
and the change in leptin levels during ARNI therapy (R = —0.298, p = 0.049). We could
show a weak correlation between GFR and initial leptin (R = —0.295, p = 0.016) but no
correlation with the change in leptin (R = —0.24, p = 0.878).

There was no correlation of fructosamine with leptin (R = 0.016, p = 0.912) and no
correlation between the change of fructosamine with initial leptin (R = 0.029, p = 0.902) and
the change of leptin (R = 0.145, p = 0.606). Interestingly, the change in triglycerides did
correlate with the change in fructosamine (R = 0.512, p = 0.036). Surprisingly, there was
also no correlation of BMI with fructosamine (R = 0.010, p = 0.944) and no correlation of
fructosamine with GFR (R = 0.117, p = 0.414).
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4. Discussion

Leptin has diverse pathophysiological effects on heart failure, and high levels are
associated with increased cardiovascular events. ARNI therapy inhibits neprilysin, which
might interact with leptin through multiple pathways. In this study, we investigated the
effects of ARNI therapy on leptin and fructosamine levels by analyzing the dynamics after
therapy initiation during a short-term follow-up period.

As expected, initiation of ARNI was followed by improvement of left ventricular
ejection fraction and levels of NT-proBNP. However, we also observed alterations in the fat
metabolism parameter leptin and the glucose metabolism parameter fructosamine.

We found that leptin levels increase after the initiation of ARNI therapy. This result
is in accordance with previous studies reporting that leptin levels correlate inversely
with the severity of heart failure and that the unloading of the left ventricle increases
leptin [41,42]. The impact of leptin elevation on prognosis is unclear. Despite the inverse
correlation with NT-proBNP, an increase in leptin is described to be associated with higher
mortality, hospitalization rate, or fatal vascular events in coronary artery disease and with
the progression of heart failure [43,44].

Deterioration of heart failure by increased levels of aldosterone is caused by increased
sodium retention and plasma volume expansion through increased Na+/K+-ATPase ac-
tivity. This mechanism is of special interest, especially in obesity, where aldosterone is
excessively synthesized by adipose tissue. Leptin increases Na+/K+-ATPase activity by
stimulating aldosterone secretion, sympathetic nerve activity, and direct activation. The
same three mechanisms are known in obesity [30].

Since valsartan develops beneficial effects on aldosterone through the RAAS pathway
and neprilysin inhibition might affect aldosterone through its impact on leptin levels, we
assessed levels of renin and aldosterone. Interestingly, we could not find a significant
change in both parameters. On the one hand, valsartan inhibition was described to reduce
aldosterone levels [45], but on the other hand, leptin is known to increase aldosterone
levels [46], which finally might lead to neutral results. One might also speculate that the
assessment after about four-month of treatments was too early to show significant results.

Since the effects on aldosterone were possibly neutralized by the described mecha-
nisms, there was an improvement in heart failure, which is rather due to the known effects
on ANP, BNP, or Substance P. However, our results should be interpreted with caution
when dealing with patients during long-term follow-up.

Although the role of leptin on the prognosis of heart failure is unclear, there is rising
evidence that the role of leptin in glucose metabolism is important. Diabetes is an indepen-
dent and strong risk factor for the progression of heart failure [47]. Interestingly, in a post
hoc analysis of the PARADIGM-HEF trial, an improvement of the diabetes marker HbA1lc
during long-term follow-up after one and three years was found [19].

Multiple studies have described that leptin increases insulin sensitivity and reduces
insulin secretion in animal models. Leptin induces gluconeogenesis and increases glucose
uptake and insulin sensitivity in the liver by exerting effects on the central nervous system
transmitted by the vagus nerve. More precisely, leptin is able to cross the blood-brain
barrier and exert its central effects on leptin receptors of the hypothalamic nucleus arceatus.
This results in the regulation of food consumption and increases peripheral energy expen-
diture and insulin sensitivity. The signaling to the peripheral tissue is transmitted by the
central nervous system (e.g., nervus vagus) [26]. This improvement of glucose metabolism
might have beneficial effects on glucose levels, represented by fructosamine. Thus, leptin
increases glucose metabolism in the skeletal muscles and brown adipose tissue and can
improve blood glucose levels in uncontrolled diabetes. Most importantly leptin affects
pancreatic cells directly and through the sympathetic nervous system. Thus, pancreatic
insulin biosynthesis and secretion are decreased and (3-cell proliferation and apoptosis
are affected [26,48-51]. Leptin treatment in diabetic patients with hyperleptinemia im-
proved blood glucose levels clearly [52,53]. We hypothesized that the observed initial
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increase in leptin after initiation of ARNI therapy might contribute to an improvement of
glucose metabolism.

However, in this study, we found an increase in fructosamine, indicating a deteriora-
tion of the glucose metabolism marker fructosamine under ARNI therapy. Fructosamine is
derived from the carbonylation of a protein with the carbonyl group of glucose. The level of
fructosamine increases along with the blood glucose levels and reflects blood glucose levels
over the last three weeks. While this seems surprising when considering the literature
described above, one should take into account that our study only reflects the initial phase
of ARNI therapy (3-6 months of follow-up). This tendency was not reflected in fasting
glucose levels at follow up. A possible explanation is a stronger effect of ARNIs on peak
glucose levels, which finally resulted in an improvement in fructosamine levels.

Furthermore, we evaluated the dynamics of the lipid metabolism parameters: LDL
cholesterol, HDL cholesterol, total cholesterol, and triglycerides. Interestingly, we found a
mild but significant increase in triglyceride levels. However, this change did not correlate
with the dynamics of leptin. On the other hand, we found a correlation between triglyc-
erides and fructosamine. Thus, one might speculate that this increase could be related to
increased insulin resistance, reflected by fructosamine, which is known to contribute to
lipolysis and to the deterioration of lipid metabolism [54].

Notably, the early phase of ARNI therapy is characterized by pronounced remodeling
processes, which could initially interact with glucose metabolism [55]. Therefore, lower
fructosamine levels could be speculated during the long-term follow-up. This might be
further supported by a significant but only mild elevation of leptin levels observed during
the follow-up in our study. Thus, one might expect leptin levels to rise more significantly
during longer follow-up with a consequent counterbalance of initially observed glucose-
elevating mechanisms. Nevertheless, while we did not measure leptin and fructosamine
during a longer follow-up our speculation should be addressed with caution.

Further possible interpretations might be taken into account. The beneficial effects de-
scribed above are transmitted mainly through the central nervous system and therefore are
potentially affected by leptin resistance caused by chronically elevated leptin. Additionally,
in chronic heart failure insulin resistance is related to hyperleptinaemia [56,57] This might
explain the significant but clinically only irrelevant small improvement of HbAlc during
leptin therapy in diabetic patients in a previous study [58]. In our study, we described
an increase in leptin during ARNI therapy, but this did not cause an improvement in
fructosamine levels. This might be due to leptin resistance, which is reflected by a lack
of correlations between initial leptin levels and change in fructosamin as presented in
Figure Al. Furthermore, the effect on glucose metabolism was not induced by alterations
in the aldosterone renin system.

From a clinical perspective, an improvement in blood glucose levels in heart failure
patients should be a main target since the prevalence of diabetes is about 30% in heart
failure patients and it is an important risk factor for the progression of heart failure [59,60]
As described above, recent studies have shown an improvement in blood glucose levels
in the long term. ARNIs increase insulin sensitivity in hypertensive patients [61] and
increased glucose uptake was shown in an animal model [62]. Taking this into account, the
beneficial effects of ARNI therapy on glucose metabolism might outweigh it in the long
term, yet our study might emphasize the tight control of blood glucose levels in patients
with diabetes mellitus in the initial phase of ARNI therapy:.

In conclusion, we were able to investigate various possible pathways of interactions
of neprilysin inhibition and glucose and lipid metabolism. Thus, we intended to generate
a better understanding of the metabolic effects of ARNIs, which might contribute to an
improved prediction of their impact on prognostic important glucose and lipid parameters
in clinical settings.
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5. Limitations

Although we evaluated the known parameters that affect leptin, it is important to con-
sider further unknown parameters which might affect leptin and fructosamine dynamics.
Due to the lack of a control arm, a causal interpretation of the results is difficult since the
natural course of the disease might affect the biomarkers to some extent. However, in previ-
ous trials, the dynamics of leptin in heart failure without ARNIs were well described [29,63].
Although we had no loss of follow-up, two patients had to stop ARNI therapy due to
side effects and therefore were excluded. It is unlikely that these two patients would have
affected the results in a relevant way since our results show robust significance.

6. Conclusions

In summary, we found surprising dynamics in fat and glucose metabolism during
the early phase after ARNI therapy initiation, indicating an increase in leptin during the
improvement of HFrEFE. The increase in fructosamine in the early phase of ARNI therapy
might reflect an initial worsening of glucose metabolism in the early phase of ARNI therapy.
However, this observation seemed not to correlate with affected leptin levels.
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Table A1l. Metabolism parameters at baseline and follow up. *: p < 0.05.

Metabolism Parameter Level Baseline Median Level Follow Up Median p-Value

LDL (mg/dL) 85 (58,;97) 84 (60;103) 0.814

HDL (mg/dL) 51 (37,58) 49 (40;60) 0.413

Total cholesterol (mg/dL) 156 (122;176) 150 (132;169) 0.575
Triglycerides (mg/dL) 130 (90;148) 141 (92;178) 0.009 *
Blood glucose (mg/dL) 98 (90;115) 99 (85;114) 0.391
hbAlc (%) 5.9 (5.4;6.1) 5.7 (5.4,5.9) 0.521

Renin (ng/L) 28.9 (6.5;139.0) 47.5 (6.2; 228.0) 0.683
Aldosterone (ng/L) 81.5 (51.5;173.0) 129.0 (77.1;179.0) 0.208
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