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Abstract: Plasma concentrations of natriuretic peptides (NP) contribute to risk stratification and man-
agement of patients undergoing non-cardiac surgery. However, genetically determined variability in
the levels of these biomarkers has been described previously. In the perioperative setting, genetic
contribution to NP plasma level variability has not yet been determined. A cohort of 427 patients
presenting for non-cardiac surgery was genotyped for single-nucleotide polymorphisms (SNPs) from
the NPPA /NPPB locus. Haplotype population frequencies were estimated and adjusted haplotype
trait associations for brain natriuretic peptide (BNP) and amino-terminal pro natriuretic peptide
(NT-proBNP) were calculated. Five SNPs were included in the analysis. Compared to the reference
haplotype TATAT (rs198358, rs5068, rs632793, rs198389, rs6676300), haplotype CACGC, with an
estimated frequency of 4%, showed elevated BNP and NT-proBNP plasma concentrations by 44%
and 94%, respectively. Haplotype CGCGC, with an estimated frequency of 9%, lowered NT-proBNP
concentrations by 28%. ASA classification status IIl and IV, as well as coronary artery disease, were the
strongest predictors of increased NP plasma levels. Inclusion of genetic information might improve
perioperative risk stratification of patients based on adjusted thresholds of NP plasma levels.

Keywords: natriuretic peptide; haplotypes; cardiac risk; perioperative

1. Introduction

Standardization of care and cardiovascular risk stratification have been widely imple-
mented to improve the perioperative safety of patients [1]. The natriuretic peptides (NP),
especially brain natriuretic peptide (BNP) and N-terminal prohormone of brain natriuretic
peptide (NT-proBNP), are established biomarkers for cardiac derangement, with numerous
studies demonstrating the prognostic and diagnostic value of NP [2,3] and meta-analyses
confirming the validity of NPs as biomarkers for perioperative risk stratification [2,4-10].
Some international guidelines recommend NP testing in the perioperative setting [1,11],
and the Canadian Cardiovascular Society guidelines on perioperative cardiac risk assess-
ment give clear-cut thresholds of NP plasma levels in patients at moderate to high risk of
perioperative cardiovascular complications [11]. In a large international multi-center cohort
enrolling 10,402 patients, preoperative NT-proBNP was strongly associated with vascular
death and myocardial injury within 30 days after non-cardiac surgery [12]. However,
significant individual variability in NP concentrations has been described [13]. The natri-
uretic peptide precursor B (NPPB) gene encodes BNP, and the adjacent natriuretic peptide
precursor A (NPPA) gene influences plasma concentrations. Studying a Japanese cohort,
Takeishi et al. identified two haplotypes in the NPPA/NPPB locus correlating with BNP
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plasma levels (TTGCAT and CCATGC for SNPs rs6676300, rs198389, rs198388, rs6668352,
rs198375, and rs632793) [14]. Furthermore, several single-nucleotide polymorphisms (SNP)
in this locus have been shown to be associated with NP plasma levels [15-18]. However,
the relevance of these genetic variants and their influence on NP plasma concentration
for preoperative risk stratification is unknown. NPPA/NPPB haplotype composition and
potential correlation with NP plasma levels has not been studied in a preoperative surgical
cohort that might differ from a random sample of the general population by underlying
factors associated with the genetic background on the one hand, and the need for surgery
on the other. In order to investigate the impact of genetic variation on the predictive value
of NPs, we hypothesized that common haplotypes in the NPPA/NPPB locus influence NP
plasma levels in a cohort of patients scheduled for non-cardiac surgery.

2. Materials and Methods
2.1. Study Design and Patients

We conducted a genetic association study to investigate the association between
NPPA/NPPB haplotypes and NP plasma concentrations. The Cantonal Ethics Committee
(Kantonale Ethikkommission Bern, Switzerland, Chairperson Prof C. Seiler; KEK 041/09)
provided ethics approval for this prospective single-center study. The research protocol
is registered at ClinicalTrials.gov (identifier NCT04327258). Patients undergoing elective
non-cardiac surgery at the Bern University Hospital in Switzerland over a 22 months‘period
were screened for eligibility and enrolled in the study after giving written informed consent.
The study was designed as a two-group comparison enrolling a cohort of younger and
healthy patients (age 39-50 years, ASA (American Society of Anesthesiology) physical
status classification [19] I and II), and an older cohort eventually carrying cardiac risk factors
(age 50 years and older, ASA III or IV). To assure the power of the analysis allowing for
reliable haplotype determination, the analysis combined the cohorts for a fully likelihood-
based approach, by which simultaneous estimation of haplotype frequency and haplotype-
trait associations was possible [20,21].

Exclusion criteria included cardiac surgery, language barriers, cognitive impairment,
substance use disorder, and psychiatric disease. Reasons for exclusion from the analysis
were missing NT-proBNP measurements and genotype information for any SNPs under
investigation. Participants with missing data other than NP concentrations and genotype
were not excluded listwise but for analyses involving the respective variable.

Patient characteristics (sex, age, weight), medical history (coronary artery disease,
cerebrovascular disease, insulin-dependent diabetes mellitus), serum creatinine as well as
NYHA (New York Heart Association) functional classification and ASA classification were
obtained during the patients” preoperative anesthetic evaluation and were recorded using
a standardized form.

2.2. BNP and NT-proBNP Assay

Blood was collected during induction of anesthesia (2 EDTA tubes with a filling
volume of 2.7 mL each, one lithium-heparin tube with a filling volume of 4.7 mL) and
transferred immediately to the department of laboratory medicine. The samples were
processed and analyzed using routine diagnostics for plasma BNP (Abbott Laboratories,
Green Oaks, IL, USA) and NT-proBNP concentrations (Roche, Rotkreuz, Switzerland).
Blood cells were frozen at minus 20 °C for genetic analysis.

2.3. Genetic Analysis

SNPs either involved in the regulation of BNP/NT-proBNP or localized inside the
NPPA/NPPB gene locus were chosen as candidates [14-18,22]. The following SNPs were se-
lected: rs198389, rs198358, rs5063, rs5068, rs6676300, rs11079028, rs632793, and rs12562952.

DNA was extracted from whole blood using the Reliaprep™ blood gDNA miniprep kit
(Promega, Madison, WI, USA) according to the manufacturer’s instructions. In brief, cells
were homogenized and lysed, and DNA was separated using a binding column. Purified
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DNA was eluted in 200 uL water, and the concentration was measured on a Nanodrop™
2000 (ThermoFisher Scientific, Waltham, MA, USA).

Eight single-nucleotide polymorphisms were analyzed using hybridization probes
labeled with FAM and ATTO620 dyes (Microsynth, Balgach, Switzerland) and either
LightCycler® FastStart DNAMaster HybProbe or LightCycler® 480 Genotyping Master Mas-
termix (Roche, Rotkreuz, Switzerland) on a LightCycler® 480 II system (Roche, Rotkreuz,
Switzerland). Primer sequences for SNP genotyping with corresponding annealing temper-
atures are displayed in Supplementary Table S1. Primers were used at a concentration of
20 uM (Promega, Madison, WI, USA) and probes at a concentration of 2 pM. Each real-time
PCR was performed as follows: 95 °C for 10 min; 45 cycles of 95 °C for 10 s, primer-specific
annealing temperature for 10 s, 72 °C for 10 s. Subsequently, a melting program was run
from 40 °C to 80 °C and a cooling step to 30 °C. Analysis was performed using the software
LightCycler® 480 version 1.5.0 and the built-in Ty, calling program for second derivative
peak analysis.

Adherence of genotype and allele frequencies to the Hardy-Weinberg Equilibrium
(HWE) was tested with the genetics library [23]. SNPs that did not meet the HWE were
excluded from subsequent analyses, as violation of HWE can be due to genotyping errors.

2.4. Statistical Analysis

Haplotype frequencies at the population level were estimated using an expectation—
maximization algorithm from the haplo.stats library [24], with inclusion of all allele loci
and a trimming threshold of zero. For descriptive analysis, medians and interquartile
ranges (IQR) of NP plasma concentrations across levels of categorical covariates were
calculated. BNP and NT-proBNP concentrations for single SNP genotypes were compared
with the Kruskal-Wallis test. A Bonferroni correction of the alpha level for significance was
applied for single SNP genotype effects to account for multiple testing. In case of significant
differences across genotypes, a pairwise post-hoc analysis was conducted.

To assess the proportion of carriers of a specific haplotype displaying elevated NP con-
centrations associated with an increased risk of death or myocardial infarction, cut-off values
as published in the Guidelines of the Canadian Cardiovascular Society (BNP > 92 ng "L NT-
proNP > 300 ng 1~ 1) were used [11]. To estimate the influence of common haplotypes on risk
estimation, these cut-offs were adjusted to the modifying effect of the respective haplotype.

Haplotype-trait associations were estimated with the haplo.glm function [24], involv-
ing simultaneous estimation of haplotype frequency and haplotype-trait associations within
a generalized linear model. As the endpoint of the analysis, NP plasma concentrations were
set up as dependent variables for the regression models. BNP and NT-proBNP measures
were log-transformed to account for right-skewed distributions. An additive genetic model
was assumed. For haplotype frequencies, a cut-off >0.02 was applied for inclusion in the
model. Haplotypes with lower frequencies were combined in the rare haplotype category.
Covariates included were sex, age, weight, history of coronary artery disease, history of
cerebrovascular disease, history of insulin-dependent diabetes mellitus, plasma creatinine
levels as well as NYHA class and ASA classification. Patients with known heart failure
were classified according to the severity of their symptoms into NYHA classes I to IV.
Patients without heart failure were assigned a value of zero. The choice of covariates was
motivated by either their influence on NP plasma concentrations or their association with
perioperative cardiovascular complications.

Statistical analysis was carried out with R (R Core Team, R Foundation for Statistical
Computing, Vienna, Austria. URL https://www.R-project.org/, accessed on 1 October
2021). Statistical significance was set at a p-value < 0.05.

3. Results
Six hundred and fifty-eight patients were screened and 427 were analyzed (Figure 1).
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[ Screening J Assessed for eligibility (n=658 )

[ Informed consent ] Informed Consent (n=558)

Excluded for cancelled operation (n=20)

v

[ Enrollment J Enrolled (n=538)

Excluded (n=111)

«+ Failed genotyping (n=10)

+ No blood available (n=85)

+ Label of tube not conclusive (n=16)

v

[ Analysis | ] Haplotype estimation (n=427)

Excluded (n=78)

+ Missing NT-proBNP (n=1)

+ Missing Creatinine (n=74)

+ Missing history of:
Coronary artery disease (n=1)
NYHA class (n=3)
Cerebrovascular disease (n=1)

v

'

[ Analysis Il ] Haplotype-trait analysis (n=349)

Figure 1. Flowchart of inclusion and exclusion processes.

The number of missing observations for covariates was 77 and one for NT-proBNP. These
cases were excluded from haplotype-trait analysis, thus resulting in 349 patients for the analysis
regarding NT-proBNP and 350 patients for the analysis of BNP. Allele frequencies of the SNPs
investigated are displayed in Supplementary Table S2. The Hardy—Weinberg equilibrium was
not met for rs5063, rs11079028 and rs12562952, which were excluded from the analysis.

3.1. Descriptive Statistics
3.1.1. BNP and NT-proBNP Distributions

Values for BNP and NT-proBNP generally skewed to the right, with medians of
24 ng 1-! (IQR 12-56) for BNP and 67 ng 1~ ! (IQR 33-167) for NT-proBNP. Sixty-two patients
exhibited elevated BNP values (>92 ng 1’1), with three of them being preoperatively
categorized as ASA class I or II (1.5% of this group), and 59 (26.9%) were ASA 1III or IV. For
NT-proBNP, 65 patients exhibited elevated NT-proBNP values (>300 ng 1-!). They were all
ASA I or IV (29.7%).

3.1.2. BNP and NT-proBNP Concentrations by Level of Covariates

Plasma concentrations of BNP and NT-proBNP across levels of categorical covariates
are shown in Table 1.

Higher BNP and NT-proBNP concentrations were seen in patients with higher ASA
classification, higher NYHA class, in females compared to males, and in patients with
comorbidities (coronary artery disease, cerebrovascular disease, and insulin-dependent
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diabetes mellitus). Supplementary Table S3 provides p-values for univariate testing between

levels of categorical variables.

Table 1. Distribution of BNP and NT-proBNP across subgroups of categorical covariates.

Covariate Subgroup n (%) BNP [ng1-1] NT-proBNP [ng 1-1]
Sex Female 187 (44) 26.0 (14.0, 55.0) 72.0 (43.5,155.5)
Male 239 (56) 22.0 (10.0, 56.0) 58.0 (25.0, 195.0)
Coronary artery disease No 383 (90) 21.0 (12.0, 48.0) 58.0 (30.0, 129.5)
Yes 42 (10) 101.5 (40.0, 202.5) 331.0 (107.2, 597.2)
Cerebrovascular disease No 410 (96) 22.5(12.0, 52.5) 65.0 (31.25, 147.5)
Yes 15 (4) 97.0 (59.5, 154.0) 478.0 (218.5, 958.5)
Diabetes mellitus No 407 (96) 24.0 (12.0, 54.0) 65.0 (32.0, 151.0)
Yes 17 (4) 48.0 (15.0, 84.0) 236.0 (67.0, 466.0)
ASA physical classification 1 60 (14) 15.5 (9.0, 22.0) 33.5(21.8, 53.3)
2 147 (35) 15.0 (9.0, 26.0) 41.0 (21.0, 69.0)
3 205 (48) 44.0 (21.0, 90.0) 132.0 (66.0, 335.0)
4 14 (3) 98.0 (78.5, 163.0) 446.0 (189.2, 874.2)
NYHA class 0 375 (89) 22.0 (12.0, 51.0) 60.0 (31.0, 141.5)
1 18 (4) 26.0 (15.0, 76.0) 81.5 (36.0, 176.8)
2 25 (6) 37.0 (25.0, 102.0) 132.0 (82.0, 289.0)
3 5(1) 126.0 (38.0, 174.0) 248.0 (161.0, 466.0)
Plasma concentrations of BNP (brain natriuretic peptide) and NT-proBNP (N-terminal pro natriuretic peptide)
are displayed as median (IQR); ASA = American Society of Anesthesiologists; NYHA = New York Heart Asso-
ciation; bold type for median values above the cut-off values as used by the Canadian Cardiovascular Society
(BNP > 92 ng 11, NT-proBNP > 300 ng 1"1). No patients classified as NYHA class 4.
3.2. Genetic Effects on Natriuretic Peptides
3.2.1. Single-SNP Effects on NP Plasma Levels
Effects of single SNP genotypes on BNP and NT-proBNP levels are displayed in
Table 2.
Table 2. Effects of single SNP genotypes on plasma levels of BNP and NT-proBNP.
Genotype (n) BNP [ng1-1] p NT-proBNP [ng 1-1] |7
rs198358 TT (256) 24.5 (12.0, 56.0) 69.5 (34.0, 196.0)
CT (142) 24.0 (11.0, 59.5) 67.5(28.3,158.3)
CC (28) 21.5 (16.8, 40.8) 0.879 66.0 (44.0, 123.8) 0.562
rs5068 AA (283) 25.0 (13.0, 62.0) 73.0 (35.5, 206.5)
AG (126) 22.0 (11.0, 51.0) 58.0 (27.3, 148.0)
GG (17) 21.0 (16.0, 32.0) 0.565 66.0 (44.0,77.0) 0.110
15632793 TT (152) 21.5(11.8,44.3) 62.0 (33.0, 123.8)
TC (210) 22.0 (11.3,62.5) 65.5 (29.0, 166.0)
CC (64) 40.5 (19.0, 103.3) <0.001 * 99.5 (54.8, 346.0) 0.010
rs198389 AA (143) 21.0 (12.0, 43.0) 60.0 (33.5, 125.5)
GA (215) 21.0 (11.0, 63.5) 65.0 (27.5,174.0)
GG (68) 40.5 (19.8, 92.6) <0.001 * 83.5 (56.5, 273.5) 0.015
rs6676300 TT (176) 20.0 (12.0, 45.3) 57.0 (31.8, 123.8)
CT (189) 26.0 (11.0, 65.0) 71.0 (29.0, 176.0)
CC (61) 40.0 (19.0, 84.0) 0.003 * 82.0 (54.0, 338.0) 0.022

Plasma concentrations of BNP and NT-proBNP are shown as medians (IQR). rs Reference SNP number; SNP = single
nucleotide polymorphism; G = guanine; A = adenine; C = cytosine; T = thymine. *: significance level for p values
is corrected for multiple testing (Bonferroni correction, 10 tests, alpha = 0.005).

Three SNPs were shown to influence BNP, but not NT-proBNP plasma concentrations.
Variant homozygotes for rs198389, rs6676300 and rs632793 had higher median BNP plasma
concentrations than heterozygotes and wild types (Figure 2). p-values for post-hoc tests are
available in Table S4.
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Figure 2. Effect of single SNP genotypes on BNP plasma concentrations for rs198389, rs6676300
and rs632793. Abbreviations: A = adenine; G = guanine; T = thymine; C = cytosine; BNP = brain
natriuretic peptide. A Kruskal-Wallis test was used for assessment of significance, with Bonferroni
correction (10 tests, level of significance 0.005). Box and whiskers represent medians, IQR and
Q1 — 1.5 x IQRand Q3 + 1.5 x IQR.

3.2.2. Haplotype Organization in the NPPA /NPPB Locus

Haplotype estimation yielded ten haplotypes with inferred population level frequen-
cies of at least 0.01. Three haplotypes covered 80% of haplotype variability (Table 3).
Haplotype 9 (TATAT rs198358, rs5068, 15632793, rs198389, rs6676300) was estimated to be
present in 53% of the population, haplotype 7 (TACGC) in 18%, and haplotype 2 (CGCGC)
in 9%.

Table 3. Haplotype organization and frequencies in the NPPA /NPPB locus.

Haplotype rs198358 155068 15632793 15198389 1s6676300  Frequency
1 C A C G C 0.04
2 C G C G C 0.09
3 C G C G T 0.05
4 C G T A C 0.02
5 C G T A T 0.01
6 C G T G C 0.01
7 T A C G C 0.18
8 T A C G T 0.02
9 T A T A T 0.53

10 T A T G C 0.01

Likelihood ratio statistic for no linkage disequilibrium = 1398.215, df = 15, p = 0. rs reference SNP number;
G = guanine; A = adenine; C = cytosine; T = thymine.
3.2.3. Common Haplotypes in the NPPA /NPPB Locus Influence NP Plasma Levels

Two generalized linear models were developed to model haplotype effects on logarith-
mized BNP and NT-proBNP. Haplotype 1 (CACGC for rs198358, rs5068, rs632793, rs198389,
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rs6676300) was shown to elevate BNP plasma levels by 44% (p = 0.022) (Supplementary
Table S5) and plasma levels of NT-proBNP by 94% (p = 0.000) (Supplementary Table S6).
Haplotype 2 (CGCGC for rs198358, rs5068, rs632793, rs198389, rs6676300) had a lowering
effect of 28% on NT-proBNP plasma levels (p = 0.013) (Supplementary Table S6). Expo-
nentiated regression coefficients with corresponding 95% confidence intervals are shown
in Figures 3 and 4. Next to the haplotype effects, which were the subject of this analysis,
both models showed ASA class IIl and IV corresponding to the largest effect on NP plasma
levels. The influence of other variables and their magnitude in relation to the haplotype
effects can be obtained from Figures 3 and 4.

260™
ASA V- -
1.91 "
ASA - —_——
1.84 ™~
CAD yes- —_——
144"
Haplotype CACGC - —_—
1.36
CVD yes- —_—
1.29
NYHA I - »
1.25
ASAl- —_——
1.25 ***
Age [decade]- -
1.17
Haplotype TACGC - ——
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Haplotype CGCGT - S
1.04 ***
Creatinine per 10mcmol/l - [ ]
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NYHA Il - e ]
0.99 **
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NYHA |- —_——
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Haplotype CGCGC- ——
0.76
Diabetes yes - —_——
0.2 0.5 1 2 5 10
Estimates of exponentiated regression coefficients

Figure 3. Estimates of exponentiated generalized linear model coefficients to model haplotype effects
on logarithmized BNP. Abbreviations: ASA = American Society of Anesthesiologists; CAD = coronary
artery disease; NYHA = New York Heart Association; CVD = cerebrovascular disease. * p < 0.05,
**p <0.01, ** p < 0.001. Reference levels of factors are: Haplotype TATAT, CAD no, NYHA 0 (no
heart failure), CVD no, Diabetes no, female sex.
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Figure 4. Estimates of exponentiated generalized linear model coefficients to model haplotype
effects on logarithmized NT-proBNP. Abbreviations: ASA = American Society of Anesthesiologists;
CAD = coronary artery disease; NYHA = New York Heart Association; CVD = cerebrovascular
disease. * p < 0.05, *** p < 0.001. Reference levels of factors are: Haplotype TATAT, CAD no, NYHA 0
(no heart failure), CVD no, Diabetes no, female sex.

3.3. Influence of Common Haplotypes on Risk Estimation

Thirty-four patients were carriers of at least one CACGC haplotype as part of the
haplotype pair with the highest estimated posterior probability. Of these, six patients
showed elevated BNP levels exceeding the 92 ng 1~! recommended by the Canadian guide-
lines on preoperative risk evaluation, and 10 patients showed NT-proBNP concentrations
exceeding the 300 ng 17!, Accounting for the effect of the CACGC haplotype, six patients
might have been mistakenly classified to be at increased perioperative cardiovascular
risk if only considering their elevated NP values (one patient with BNP and five with
NT-proBNP concentrations above the cut-off values) and not counting the effect of the
underlying genotype.

Seventy-four patients had at least one CGCGC haplotype as part of the haplotype
pair with the highest estimated posterior probability. Of these, 63 patients showed NT-
proBNP levels below the threshold of 300 ng 1-!. Accounting for the effect of the CGCGC
haplotype, one patient might have been incorrectly classified as low risk for perioperative
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cardiovsascular events due to the effect of his underlying genotype resulting in decreased
NT-proBNP concentrations.

The cut-off values corrected for the haplotype effect were 133 ng 17! for BNP and
585 ng 1! for NT-proBNP for the CACGC haplotype and 216 ng 1-! for NT-proBNP for
the CGCGC haplotype.

4. Discussion

In this cohort comprising 349 preoperative patients, we showed that two common
haplotypes in the NPPA/NPPB locus, with population-level frequencies estimated as 4%
and 9%, respectively, were associated with BNP (Haplotype 1) and NT-proBNP (Haplotypes
1 and 2) concentrations. Furthermore, NP plasma concentrations were associated with
known confounders in generalized linear models. ASA class III and IV, as well as coronary
artery disease, were shown to have the largest effect. To our knowledge, this is the first
study to investigate genetic variability in NP plasma levels and NPPA /NPPB haplotypes
in a Swiss cohort presenting for non-cardiac surgery.

In a Japanese cohort, Takeishi and coworkers found two risk haplotypes in the
NPPA/NPPB locus to be associated with BNP plasma levels [14]. Although the haplo-
types differ from those in the present trial with regard to included SNPs, there is overlap
by three SNPs: rs632793, rs198389 and rs6676300. Haplotype 1 from the present cohort
aligns with haplotype 2 from the Japanese cohort. The haplotype effect is positive for BNP
plasma concentrations in both studies, whereas the association with NT-proBNP plasma
concentrations was only investigated in the present trial.

It is still unclear whether elevated NP levels are indicators of physiological derange-
ment, or if individuals who are genetically prone to a stronger release of NP actually
compensate more efficiently for cardiac stress. Several studies have reported on SNPs that
were associated both with elevated NP plasma levels and with decreased blood pressure,
indicating a protective effect [25-28]. Nevertheless, there is conflicting evidence of diag-
nostically meaningful association of genotype with outcome. In some studies, associations
between genetic variants in the NPPA/NPPB locus and various cardiovascular outcomes
(rs5063 with blood pressure progression [29], rs198389 with risk of diabetes mellitus type
2 [18], cardiovascular mortality and lifespan [28]) have been reported. In contrast, other
working groups did not find associations of rs198389 with a composite outcome of myocar-
dial infarction, stroke, or cardiovascular death [30], of rs5063, rs198358 and rs632793 with
the prognosis of kidney damage [16], and of rs198389, rs5063 and 198358 with a relevant
risk of heart failure [31].

Fox and co-authors reported on a decreased incidence in postoperative ventricular
failure after coronary artery bypass grafting in patients carrying minor alleles of rs6676300
and rs198389 [32]. In general, previous investigations on the predictive value of pre-
and postoperative NP plasma concentrations have not included genetic information so
far [2,4,6-10,33].

In the preoperative setting, the negative predictive value of non-elevated plasma
concentrations of NPs is pointed out [7]. Therefore, the association of haplotype 2 with
lower plasma concentrations of NT-proBNP—if proven to be replicable—could result in
misclassifying patients as at low risk due to their haplotype. This is especially relevant for
asymptomatic patients with no known underlying cardiac condition. In these patients, NP
concentrations are an important tool to detect possible, previously unknown cardiovascular
co-morbidity during the patients” preoperative anesthesia evaluation.

The importance of NP for perioperative risk stratification is low in guidelines from
Europe [1] and the United States [34] compared to those from Canada [11]. If the present
results can be replicated, the next step would be to investigate the predictive power
of genetic information in preoperative risk models. Rethinking the thresholds for NP
plasma concentrations might be worth considering, as genetic testing becomes increasingly
cheaper and even small improvements in the overall performance of risk evaluation could
be cost-effective.
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5. Limitations

We analyzed a mixed Swiss surgical cohort. However, results are limited by the
inherent shortcomings of a single-cohort study. NP plasma levels were measured only once
during induction of anesthesia, which might not reflect underlying physiological variability.
However, this would result in non-differential misclassification, with a more conservative
estimate of the genetic contribution to variability in NP plasma concentrations (bias towards
the null). A future strategy of serial measurements could easily be implemented in clinical
practice. Patients’ cardiovascular medication was not included in the analysis, which could
have introduced confounding.

Regarding the assays used for NP plasma level measurements: there is a large diversity
of available assays with a lack of harmonization across specific products [35]. Therefore,
replication with assays other than those used in the present trial could also result in non-
differential misclassification. It is worth mentioning that neither a universal approach
to standardized assays for NP measurements nor a validation of cut-off values has been
established up to now [33]. Additionally, the study was not powered to uncover small
effect sizes. For example, we observed a reverse but insignificant single SNP effect of
rs5068 compared to other studies [17,25]. Finally, the mixed surgical cohort investigated
corresponds to a low cardiovascular risk setting, whereas the implementation of NP-based
risk stratification is most powerful in a high cardiovascular risk setting (major abdominal,
thoracic or vascular surgery) [1]. Nevertheless, it seems unlikely that the association of
genotype and NP plasma levels, if depicting real underlying physiology, would alter based
on the type of surgery.

6. Conclusions

Two haplotypes in the NPPA/NPPB locus appear to be associated with altered levels of
NP. If the modulating effects of NPPA/NPPB haplotypes on NP plasma concentrations can
be confirmed, future approaches to preoperative stratification of cardiac risk can potentially
be improved.

Supplementary Materials: The following are available online at https:/ /www.mdpi.com/article/10.3
390/ cells11050766/5s1, Table S1: Primer sequences for SNP—genotyping, Table S2: Allele frequencies
for genotyped single nucleotide polymorphisms; Table S3: Distribution of BNP and NT-proBNP across
subgroups of categorical covariates; Table S4: p-values for post-hoc comparisons of single-SNP effects;
Table S5: Generalized linear model coefficients to model haplotype effects on logarithmized BNP; Table
S6: Generalized linear model coefficients to model haplotype effects on logarithmized NT-proBNP

Author Contributions: Conceptualization M.H, UM.S., M.B., H.U.R,, M.M.L. and ES.; methodology
M.H, UM.S., M.B,, HU.R.,, M\M.L. and ES.; software M.H, M.M.L. and ES.; validation, M.H. and
FS.; formal analysis M.H, UM.S., M.B,, HU.R.,, M.M.L. and ES.; investigation M.H, UM.S., M.B.,
H.UR, M.M.L. and ES. resources, M.H, UM.S., M.B., HU.R,, M\M.L. and ES.; data curation M.H,
U.MSS. and ES.; writing—original draft preparation M.H, UM.S., M.B., H.U.R.,, MM.L. and FS.;
writing—review and editing, M.H, M.M.L. and ES.; visualization M.H.; supervision, M.M.L. and ES.;
project administration, M.H,, M.M.L. and ES.; funding acquisition E.S.; All authors have read and
agreed to the published version of the manuscript.

Funding: Five hundred laboratory tests for determination of NP levels were made freely available by
Abbott (Green Oaks, IL, USA).

Institutional Review Board Statement: The Cantonal Ethics Committee (Kantonale Ethikkom-
mission Bern, Switzerland, Chairperson Prof C. Seiler; KEK 041/09) provided ethics approval
for this prospective single-center study. The research protocol is registered at ClinicalTrials.gov
(identifier NCT04327258).

Informed Consent Statement: Informed consent was obtained from all subjects involved in the study.

Data Availability Statement: The dataset in support of the findings of this study is available from
the corresponding author, upon reasonable request.


https://www.mdpi.com/article/10.3390/cells11050766/s1
https://www.mdpi.com/article/10.3390/cells11050766/s1
ClinicalTrials.gov

Cells 2022, 11, 766 11 of 12

Acknowledgments: The authors would like to thank Jeannie Wurz, medical editor in the Department
of Anaesthesiology and Pain Medicine, for language editing.

Conflicts of Interest: U.M.S. received honoraria and reimbursement for travel costs from Sintetica
and Griinenthal. All other authors have no competing interests.

References

1.

10.

11.

12.

13.

14.

15.

16.

Kristensen, S.D.; Knuuti, J.; Saraste, A.; Anker, S.; Botker, H.E.; De Hert, S.; Ford, I.; Gonzalez Juanatey, J.R.; Gorenek, B.;
Heyndrickx, G.R; et al. 2014 ESC/ESA Guidelines on non-cardiac surgery: Cardiovascular assessment and management: The
Joint Task Force on non-cardiac surgery: Cardiovascular assessment and management of the European Society of Cardiology
(ESC) and the European Society of Anaesthesiology (ESA). Eur. ]. Anaesthesiol. 2014, 31, 517-573. [CrossRef]

Rodseth, R.N.; Biccard, B.M.; Le Manach, Y.; Sessler, D.I.; Lurati Buse, G.A.; Thabane, L.; Schutt, R.C.; Bolliger, D.; Cagini, L.;
Cardinale, D.; et al. The prognostic value of pre-operative and post-operative B-type natriuretic peptides in patients undergoing
noncardiac surgery: B-type natriuretic peptide and N-terminal fragment of pro-B-type natriuretic peptide: A systematic review
and individual patient data meta-analysis. J. Am. Coll. Cardiol. 2014, 63, 170-180. [CrossRef]

Park, S.J.; Choi, ] H,; Cho, S.J.; Chang, S.A.; Choi, J.O.; Lee, S.C.; Park, SW.; Oh, ] K,; Kim, D.K,; Jeon, E.S. Comparison
of transthoracic echocardiography with N-terminal pro-brain natriuretic Peptide as a tool for risk stratification of patients
undergoing major noncardiac surgery. Korean Circ. J. 2011, 41, 505-511. [CrossRef]

Karthikeyan, G.; Moncur, R.A.; Levine, O.; Heels-Ansdell, D.; Chan, M.T.; Alonso-Coello, P;; Yusuf, S.; Sessler, D.; Villar, ]J.C.;
Berwanger, O.; et al. Is a pre-operative brain natriuretic peptide or N-terminal pro-B-type natriuretic peptide measurement an
independent predictor of adverse cardiovascular outcomes within 30 days of noncardiac surgery? A systematic review and
meta-analysis of observational studies. |. Am. Coll. Cardiol. 2009, 54, 1599-1606. [CrossRef]

Lurati Buse, G.A.; Koller, M.T.; Burkhart, C.; Seeberger, M.D.; Filipovic, M. The predictive value of preoperative natriuretic
peptide concentrations in adults undergoing surgery: A systematic review and meta-analysis. Anesth. Analg. 2011, 112, 1019-1033.
[CrossRef]

Rodseth, R.N.; Biccard, B.M.; Chu, R.; Lurati Buse, G.A.; Thabane, L.; Bakhai, A.; Bolliger, D.; Cagini, L.; Cahill, T.J.; Cardinale,
D.; et al. Postoperative B-type natriuretic peptide for prediction of major cardiac events in patients undergoing noncardiac
surgery: Systematic review and individual patient meta-analysis. Anesthesiology 2013, 119, 270-283. [CrossRef]

Rodseth, R.N.; Lurati Buse, G.A.; Bolliger, D.; Burkhart, C.S.; Cuthbertson, B.H.; Gibson, S.C.; Mahla, E.; Leibowitz, D.W.; Biccard,
B.M. The predictive ability of pre-operative B-type natriuretic peptide in vascular patients for major adverse cardiac events: An
individual patient data meta-analysis. J. Am. Coll. Cardiol. 2011, 58, 522-529. [CrossRef]

Rodseth, R.N.; Padayachee, L.; Biccard, B.M. A meta-analysis of the utility of pre-operative brain natriuretic peptide in predicting
early and intermediate-term mortality and major adverse cardiac events in vascular surgical patients. Anaesthesia 2008, 63,
1226-1233. [CrossRef]

Ryding, A.D.; Kumar, S.; Worthington, A.M.; Burgess, D. Prognostic value of brain natriuretic peptide in noncardiac surgery: A
meta-analysis. Anesthesiology 2009, 111, 311-319. [CrossRef]

Young, Y.R.; Sheu, B.F; Li, W.C.; Hsieh, TM.; Hung, C.W.; Chang, S.S.; Lee, C.C. Predictive value of plasma brain natriuretic
peptide for postoperative cardiac complications—a systemic review and meta-analysis. J. Crit. Care 2014, 29, 696.e1-696.e10.
[CrossRef]

Duceppe, E.; Parlow, J.; MacDonald, P; Lyons, K.; McMullen, M.; Srinathan, S.; Graham, M.; Tandon, V,; Styles, K.; Bessissow,
A.; et al. Canadian Cardiovascular Society Guidelines on Perioperative Cardiac Risk Assessment and Management for Patients
Who Undergo Noncardiac Surgery. Can. J. Cardiol. 2017, 33, 17-32. [CrossRef]

Duceppe, E.; Patel, A.; Chan, M.T.V,; Berwanger, O.; Ackland, G.; Kavsak, P.A.; Rodseth, R.; Biccard, B.; Chow, C.K.; Borges,
FK.; et al. Preoperative N-Terminal Pro-B-Type Natriuretic Peptide and Cardiovascular Events After Noncardiac Surgery: A
Cohort Study. Ann. Intern. Med. 2020, 172, 96-104. [CrossRef]

Raymond, I.; Groenning, B.A.; Hildebrandt, PR.; Nilsson, J.C.; Baumann, M.; Trawinski, J.; Pedersen, F. The influence of age, sex
and other variables on the plasma level of N-terminal pro brain natriuretic peptide in a large sample of the general population.
Heart 2003, 89, 745-751. [CrossRef]

Takeishi, Y.; Toriyama, S.; Takabatake, N.; Shibata, Y.; Konta, T.; Emi, M.; Kato, T.; Kawata, S.; Kubota, I. Linkage disequilibrium
analyses of natriuretic peptide precursor B locus reveal risk haplotype conferring high plasma BNP levels. Biochem. Biophys. Res.
Commun. 2007, 362, 480-484. [CrossRef]

Ellis, K.L.; Newton-Cheh, C.; Wang, T.J.; Frampton, C.M.; Doughty, R.N.; Whalley, G.A.; Ellis, C.J.; Skelton, L.; Davis, N.; Yandle,
T.G.; et al. Association of genetic variation in the natriuretic peptide system with cardiovascular outcomes. J. Mol. Cell. Cardiol.
2011, 50, 695-701. [CrossRef]

Maimaitiming, S.; Roussel, R.; Hadjadj, S.; Fumeron, F; Aubert, R.; Emery, N.; Velho, G.; Mohammedi, K.; Travert, F,; Tichet,
J.; et al. Association of common variants in NPPA and NPPB with blood pressure does not translate into kidney damage in a
general population study. J. Hypertens. 2010, 28, 1230-1233. [CrossRef]


http://doi.org/10.1097/EJA.0000000000000150
http://doi.org/10.1016/j.jacc.2013.08.1630
http://doi.org/10.4070/kcj.2011.41.9.505
http://doi.org/10.1016/j.jacc.2009.06.028
http://doi.org/10.1213/ANE.0b013e31820f286f
http://doi.org/10.1097/ALN.0b013e31829083f1
http://doi.org/10.1016/j.jacc.2011.04.018
http://doi.org/10.1111/j.1365-2044.2008.05574.x
http://doi.org/10.1097/ALN.0b013e3181aaeb11
http://doi.org/10.1016/j.jcrc.2014.03.022
http://doi.org/10.1016/j.cjca.2016.09.008
http://doi.org/10.7326/M19-2501
http://doi.org/10.1136/heart.89.7.745
http://doi.org/10.1016/j.bbrc.2007.08.028
http://doi.org/10.1016/j.yjmcc.2011.01.010
http://doi.org/10.1097/HJH.0b013e328338a901

Cells 2022, 11, 766 12 0of 12

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

Newton-Cheh, C.; Larson, M.G.; Vasan, R.S.; Levy, D.; Bloch, K.D.; Surti, A.; Guiducci, C.; Kathiresan, S.; Benjamin, E.J.; Struck,
J.; et al. Association of common variants in NPPA and NPPB with circulating natriuretic peptides and blood pressure. Nat. Genet.
2009, 41, 348-353. [CrossRef]

Pfister, R.; Sharp, S.; Luben, R.; Welsh, P,; Barroso, I.; Salomaa, V.; Meirhaeghe, A.; Khaw, K.T.; Sattar, N.; Langenberg, C.; et al.
Mendelian randomization study of B-type natriuretic peptide and type 2 diabetes: Evidence of causal association from population
studies. PLoS Med. 2011, 8, €1001112. [CrossRef]

Mayhew, D.; Mendonca, V.; Murthy, B.V.S. A review of ASA physical status - historical perspectives and modern developments.
Anaesthesia 2019, 74, 373-379. [CrossRef]

Lake, S.L.; Lyon, H.; Tantisira, K.; Silverman, E.K.; Weiss, S.T.; Laird, N.M.; Schaid, D.J. Estimation and tests of haplotype-
environment interaction when linkage phase is ambiguous. Hum. Hered. 2003, 55, 56-65. [CrossRef]

Schaid, D.J.; Rowland, C.M.; Tines, D.E.; Jacobson, R.M.; Poland, G.A. Score tests for association between traits and haplotypes
when linkage phase is ambiguous. Am. |. Hum. Genet. 2002, 70, 425-434. [CrossRef]

Del Greco, MLE; Pattaro, C.; Luchner, A.; Pichler, I.; Winkler, T.; Hicks, A.A.; Fuchsberger, C.; Franke, A.; Melville, S.A.; Peters,
A.; et al. Genome-wide association analysis and fine mapping of NT-proBNP level provide novel insight into the role of the
MTHFR-CLCN6-NPPA-NPPB gene cluster. Hum. Mol. Genet. 2011, 20, 1660-1671. [CrossRef]

Warnes, G.; Gorjanc, G.; Leisch, F.; Man, M. Genetics: Population Genetics. R Package Persion 1.3.8.1.3. Available online:
https:/ /CRAN.R-project.org/package=genetics (accessed on 1 October 2021).

Sinnwell, J.; Schaid, D. haplo.stats: Statistical Analysis of Haplotypes with Traits and Covariates When Linkage Phase Is Ambiguous. R
Package Version 1.8.7. Available online: https:/ /CRAN.R-project.org/package=haplo.stats (accessed on 1 October 2021).

Cannone, V.; Boerrigter, G.; Cataliotti, A.; Costello-Boerrigter, L.C.; Olson, T.M.; McKie, PM.; Heublein, D.M.; Lahr, B.D.; Bailey,
K.R.; Averna, M.; et al. A genetic variant of the atrial natriuretic peptide gene is associated with cardiometabolic protection in the
general community. J. Am. Coll. Cardiol. 2011, 58, 629-636. [CrossRef]

Cannone, V.; Cefalu, A.B.; Noto, D.; Scott, C.G.; Bailey, K.R; Cavera, G.; Pagano, M.; Sapienza, M.; Averna, M.R.; Burnett, ].C., Jr.
The atrial natriuretic peptide genetic variant rs5068 is associated with a favorable cardiometabolic phenotype in a Mediterranean
population. Diabetes Care 2013, 36, 2850-2856. [CrossRef]

Cannone, V; Scott, C.G.; Decker, P.A.; Larson, N.B.; Palmas, W.; Taylor, K.D.; Wang, T.].; Gupta, D.K; Bielinski, S.J.; Burnett, J.C., Jr.
A favorable cardiometabolic profile is associated with the G allele of the genetic variant rs5068 in African Americans: The Multi-
Ethnic Study of Atherosclerosis (MESA). PloS ONE 2017, 12, e0189858. [CrossRef]

Seidelmann, S.B.; Vardeny, O.; Claggett, B.; Yu, B.; Shah, A.M.; Ballantyne, C.M.; Selvin, E.; MacRae, C.A.; Boerwinkle, E.;
Solomon, S.D. An NPPB Promoter Polymorphism Associated With Elevated N-Terminal pro-B-Type Natriuretic Peptide and
Lower Blood Pressure, Hypertension, and Mortality. J. Am. Heart Assoc. 2017, 6, €005257. [CrossRef]

Conen, D.; Cheng, S.; Steiner, L.L.; Buring, ].E.; Ridker, PM.; Zee, R.Y. Association of 77 polymorphisms in 52 candidate genes
with blood pressure progression and incident hypertension: The Women’s Genome Health Study. J. Hypertens. 2009, 27, 476-483.
[CrossRef]

Johansson, A.; Eriksson, N.; Lindholm, D.; Varenhorst, C.; James, S.; Syvanen, A.C.; Axelsson, T.; Siegbahn, A.; Barratt, B.].;
Becker, R.C.; et al. Genome-wide association and Mendelian randomization study of NT-proBNP in patients with acute coronary
syndrome. Hum. Mol. Genet. 2016, 25, 1447-1456. [CrossRef]

Pfister, R.; Luben, R.N.; Khaw, K.T.; Wareham, N.J. Common genetic variants of the natriuretic peptide gene locus are not
associated with heart failure risk in participants in the EPIC-Norfolk study. Eur. J. Heart Fail. 2013, 15, 624-627. [CrossRef]

Fox, A.A.; Collard, C.D.; Shernan, S.K.; Seidman, C.E.; Seidman, J.G.; Liu, K.Y.; Muehlschlegel, ].D.; Perry, T.E.; Aranki, S.E;
Lange, C.; et al. Natriuretic peptide system gene variants are associated with ventricular dysfunction after coronary artery bypass
grafting. Anesthesiology 2009, 110, 738-747. [CrossRef]

Malhotra, A.K.; Ramakrishna, H. N-terminal pro B type natriuretic peptide in high cardiovascular-risk patients for noncardiac
surgery: What is the current prognostic evidence? Ann. Card. Anaesth. 2016, 19, 314-320. [CrossRef]

Fleisher, L.A.; Fleischmann, K.E.; Auerbach, A.D.; Barnason, S.A.; Beckman, J.A.; Bozkurt, B.; Davila-Roman, V.G.; Gerhard-
Herman, M.D.; Holly, T.A.; Kane, G.C.; et al. 2014 ACC/AHA guideline on perioperative cardiovascular evaluation and
management of patients undergoing noncardiac surgery: A report of the American College of Cardiology/American Heart
Association Task Force on practice guidelines. J. Am. Coll. Cardiol. 2014, 64, €77—€137. [CrossRef]

Vasile, V.C.; Jaffe, A.S. Natriuretic Peptides and Analytical Barriers. Clin. Chem. 2017, 63, 50-58. [CrossRef]


http://doi.org/10.1038/ng.328
http://doi.org/10.1371/journal.pmed.1001112
http://doi.org/10.1111/anae.14569
http://doi.org/10.1159/000071811
http://doi.org/10.1086/338688
http://doi.org/10.1093/hmg/ddr035
https://CRAN.R-project.org/package=genetics
https://CRAN.R-project.org/package=haplo.stats
http://doi.org/10.1016/j.jacc.2011.05.011
http://doi.org/10.2337/dc12-2337
http://doi.org/10.1371/journal.pone.0189858
http://doi.org/10.1161/JAHA.116.005257
http://doi.org/10.1097/HJH.0b013e32832104c8
http://doi.org/10.1093/hmg/ddw012
http://doi.org/10.1093/eurjhf/hft007
http://doi.org/10.1097/ALN.0b013e31819c7496
http://doi.org/10.4103/0971-9784.179636
http://doi.org/10.1016/j.jacc.2014.07.944
http://doi.org/10.1373/clinchem.2016.254714

	Introduction 
	Materials and Methods 
	Study Design and Patients 
	BNP and NT-proBNP Assay 
	Genetic Analysis 
	Statistical Analysis 

	Results 
	Descriptive Statistics 
	BNP and NT-proBNP Distributions 
	BNP and NT-proBNP Concentrations by Level of Covariates 

	Genetic Effects on Natriuretic Peptides 
	Single-SNP Effects on NP Plasma Levels 
	Haplotype Organization in the NPPA/NPPB Locus 
	Common Haplotypes in the NPPA/NPPB Locus Influence NP Plasma Levels 

	Influence of Common Haplotypes on Risk Estimation 

	Discussion 
	Limitations 
	Conclusions 
	References

