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Abstract

Background/Objectives

Obesity is believed to be one of the major risk factors for cardiovascular disease in Western

countries. However, the effects of obesity should be continuously examined in the Japanese

population because the average bodily habitus differs among countries. In this study, we

collectively examined the significance of obesity and obesity-triggered risk factors including

the low reactivity of B-type natriuretic peptide (BNP), for ischemic heart disease (IHD) in

Japanese patients.

Methods and results

The study patients consisted of 1252 subjects (IHD: n = 970; non-IHD: n = 282). Multiple

logistic regression analysis revealed that dyslipidemia, hypertension, diabetes, and the low

reactivity of BNP were significant risk factors for IHD, but body mass index (BMI) was not. A

theoretical path model was proposed by positioning BMI at the top of the hierarchical model.

Exploratory factor analysis revealed that BMI did not play a causative role in IHD (P = NS).

BMI was causatively linked to other risk factors (P<0.001 for hypertension; P<0.001 for dys-

lipidemia; P<0.001 for HbA1c; P<0.001 for LogBNP), and these factors played a causative

role in IHD (P<0.001 for hypertension; P<0.001 for dyslipidemia; P<0.001 for HbA1c;

P<0.001 for LogBNP). The intrinsic power of the low reactivity of BNP induced by high BMI

on the promotion of IHD was fairly potent.

Conclusion

This study demonstrated that obesity per se is not a strong risk factor for IHD in Japanese

patients. However, several important risk factors triggered by obesity exhibited a causative

role for IHD. The low reactivity of BNP is a substantial risk factor for IHD.
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Introduction

Metabolic syndrome is a cluster of metabolic risk factors and is a crucially important patholog-

ical condition for the progression of ischemic heart disease (IHD) and other cardiovascular

diseases [1–3]. Obesity may be the most influential risk factor for metabolic syndrome. A

central feature of obesity or metabolic syndrome is insulin resistance, which results in hyper-

glycemia and hyperinsulinemia and eventually leads to the development of diabetes [4]. Con-

tinuous low-grade inflammation is another feature of metabolic syndrome [5], and it results in

complex metabolic abnormalities that contribute to the pathogenesis of hypertension, dyslipi-

demia, and diabetes. Therefore, obesity and metabolic syndrome are associated with athero-

sclerosis [6, 7].

Obesity plays a primary role in metabolic syndrome [8, 9], and it frequently causes IHD.

Although the direct effect of obesity on the progression of IHD is not as clear in the Japanese

population, obesity-triggered risk factors, such as diabetes, hypertension, and dyslipidemia,

are clearly documented detrimental factors [10]. If the degree of obesity is not severe, adipose

tissue is likely a valuable energy source. Low body mass index (BMI) or low cholesterol may

also be detrimental and associated with higher mortality in patients with heart failure [11].

Therefore, mild obesity, which is common in Japan, may be preferable rather than detrimental

to health, although the optimal weight or its upper threshold is not clear in individual patients.

There is a need to elucidate the complex relationship between obesity and obesity-related dis-

orders as risk factors for IHD in the Japanese population.

B-type natriuretic peptide (BNP) is a hormone secreted from the ventricles, and plasma lev-

els of BNP reflect the degree of heart failure [12]. Numerous factors increase the secretion of

BNP, such as ventricular mechanical stretch, many neurohumoral factors, and inflammation

[13, 14]. In contrast, few factors reduce plasma BNP levels. Obesity may be an important factor

for reducing plasma BNP levels [15], and some genetic contributors may exist in the BNP gene

sequence [16–18]. A factor that reduces BNP production or augments BNP clearance may not

increase plasma BNP levels despite the presence of cardiac hemodynamic overload. The low

reactivity of BNP, which can be called a natriuretic handicap [19], would augment the severity

of heart failure and other disorders via disruption of the hormonal balance of the renin-angio-

tensin-aldosterone and sympathetic nervous systems, among other effects [20]. The possible

interaction between obesity and the plasma BNP levels is important to discuss in the clinical

setting. We recently reported a significant association of the low reactivity between BNP and

IHD [21], although the causality remains unclarified.

Obesity would be the leading cause of IHD, but how obesity per se or obesity-triggered risk

factors produce IHD is not clear. The most difficult aspect of this type of study is designing the

study for the simultaneous comparison of multiple risk factors for IHD by constructing a hier-

archical model. To the best of our knowledge, there are no reports using this type of research

plan and complex statistical analysis. Simultaneous analysis would provide a deeper under-

standing of the characteristics of obesity per se and obesity-triggered disorders as the risk fac-

tors for IHD.

Covariance structure analysis plays an important role in understanding how the relation-

ships between observed variables may be generated using hypothesized latent variables in

many areas. Covariance structure analysis is useful for exploratory and explanatory factor anal-

yses. However, the input factors should be carefully selected when planning covariance struc-

ture analyses, and the path model based on covariance structure analysis should be proposed

on the basis of scientific knowledge, abundant experience, consistent concepts and the clear

direction of the study. We recently proposed path models to explain complex phenomena,

including plasma BNP levels [22].
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In the present study, we primarily compared IHD with non-IHD using possible valuables

in a conventional multiple logistic regression analysis. We secondarily developed a complex

statistical analysis using covariance structure analysis to examine the power of obesity per se

and obesity-triggered disorders on IHD and non-IHD in a single-equation model.

Materials and methods

Study patients

Study patients consisted of 1252 subjects who were consecutively admitted to our institutions

from 2012 to 2015 because of some type of heart disorder. Acute coronary syndrome was

excluded from this study because plasma BNP levels are greatly altered after the onset of acute

myocardial infarction, as shown in our previous report [23]. Therefore, we recruited stable

patients with IHD in this study. The Ethics Committee of The Jikei University School of Medi-

cine approved the study protocol (24–355[7121]), and we complied with the routine ethical

regulations of our institution. Informed consent was obtained from each patient, and all clini-

cal investigations were conducted in accordance with the principles expressed in the Declara-

tion of Helsinki. We also posted a notice about the study design and contact information at a

public location in our institution.

Definition of diseases

IHD was diagnosed using symptoms, electrocardiography, blood sampling and morphology of

the coronary arteries. Patients with IHD included patients with a clinically stable phase of IHD.

Organic stenosis was defined as 75% or greater in the coronary arteries on coronary angiography.

Patients with coronary spastic angina were included in the IHD group of this study if disease

activity was stable; if coronary spasm was previously diagnosed; or if the provocation test was

planned during this hospitalization. Valvular diseases included heart failure caused by moderate

valvular disease and patients who were scheduled for surgery. Arrhythmia included the need for

catheter ablation, an implantable cardioverter-defibrillator, cardiac resynchronization therapy

and patients with a pacemaker or syncope. Cardiomyopathy was defined in patients who were

diagnosed before admission and were undergoing treatment or who were diagnosed after admis-

sion. Conventional risk factors were defined using well-known criteria. Briefly, hypertension was

defined as systolic blood pressure�140 mmHg or diastolic blood pressure�90 mmHg or use of

antihypertensive agents. Dyslipidemia was diagnosed by the presence of more than one of follow-

ing lipid disorders at the first fasting blood sampling or use of lipid-lowering agents. We defined

high LDL cholesterol as LDL cholesterol levels�140 mg/dL, hypertriglycemia as triglyceride levels

�150 mg/dL, and low HDL cholesterol as HDL cholesterol levels<40 mg/dL. Diabetes was

defined as the presence of any of the following factors: fasting plasma glucose levels�126 mg/dL,

casual plasma glucose levels�200 mg/dL, HbA1c (NGSP)�6.5% and medical history of diabetes.

Blood sampling and measurement of biochemical examination

We collected blood samples and hemodynamic data during cardiac catheterization. Routine

biochemical analyses, such as electrolytes, renal function, liver function and lipid profiles, were

performed in a central laboratory in our hospital during the study. The measurement of

plasma BNP levels was also simultaneously performed as described in previous reports [20–

22,24]. In brief, whole blood (5 mL) was collected in tubes containing potassium ethylenedi-

aminetetraacetic acid (1 mg/mL blood). The plasma BNP level was then measured as the

immune-reactive circulating levels of BNP with a rapid enzyme-linked immunosorbent assay

(non-extracted) kit using an antibody to human BNP (Shionogi Co. Ltd., Tokyo, Japan).
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Statistical analysis

Continuous variables are expressed as the means ± standard deviation (SD) or medians. Cate-

gorical variables are expressed as percentages. Comparisons between groups were performed

using Pearson’s chi-square test for categorical variables and the Mann-Whitney U test or Stu-

dent’s t-test for continuous variables. The Kolmogorov-Smirnov test was used to determine

whether the BNP values were normally distributed. Subsequently, the BNP data were log-

transformed (LogBNP) to achieve a normal distribution for the analysis. A multivariate logistic

regression analysis was also used to determine whether IHD was present. Statistical analyses

were performed using SPSS Statistics version 23.0 (SPSS Inc., Chicago, IL, USA). A path

model based on covariance structure analysis was proposed to investigate the relationship

among clinical factors in this study population and survey probable causal effects on IHD.

Path analysis was performed using IBM SPSS AMOS version 23 (Amos Development Corpo-

ration, Meadville, PA, USA). Dyslipidemia (0 for absence and 1 for presence), hypertension (0

for absence and 1 for presence), diabetes (0 for absence and 1 for presence), and IHD (0 for

non-IHD and 1 for IHD) were included as variables in the model. The obtained structural

equation models were tested and confirmed at the significance level for P values<0.05. The

causality model defines hierarchical regression models between clinical factors and IHD. Paths

between variables are drawn from independent to dependent variables with directional arrows

for every regression model (arrowhead on one end only). A two-way arrow between two vari-

ables indicates a correlation between those two variables. The total variance in a dependent

variable for every regression is theorized to be caused either by independent variables of the

model or extraneous variables (e). Each path has a coefficient showing the standardized coeffi-

cient of the regressing independent variable on the dependent variable of the relevant path.

The indirect effect was determined by multiplying the path coefficients of intervening vari-

ables. All statistical analyses including the obtained structural equation models were tested and

confirmed at a P value significance level of<0.05.

Results

Study patients’ characteristics

Table 1 shows the patients’ characteristics in this study. A total of 970 of the 1252 patients were

diagnosed as having IHD, and 282 patients were non-IHD. Characteristic findings, included

higher age and a higher male-to-female ratio in the IHD group than in the non-IHD group.

The plasma BNP level was significantly lower and the left ventricular ejection fraction (LVEF)

was significantly higher in the IHD group than in the non-IHD group. Additionally, the

HbA1c level was significantly higher in the IHD group than in the non-IHD group.

Multiple logistic regression analysis for determinations of IHD compared

with non-IHD

Multivariable logistic regression analysis was performed to examine the effect of BMI on IHD

compared with non-IHD. The analysis identified the factors of dyslipidemia, hypertension, and

diabetes as significant factors for IHD (P<0.01) (Table 2). BMI exhibited a similar tendency,

but the effect was not statistically significant (P = NS (0.087)). The next multiple logistic regres-

sion analysis included LogBNP as one of the explanatory factors because the low reactivity of

BNP was a possible cardiovascular risk. Table 3 shows that the contributions of dyslipidemia,

hypertension, and diabetes were highly significant for a determination of IHD (P<0.01) and

that the low reactivity of BNP was a significant risk for IHD (P<0.01). BMI was not significant

(P = NS (0.825)). This result suggests that the low reactivity of BNP may play a role in obesity.
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Result of path model A

Theoretical path model A was proposed with other risk factors by positioning BMI at the top.

Obesity-triggered risk factors, such as dyslipidemia, hypertension, diabetes, and low-reactive

BNP, were placed below BMI. Table 4 shows the precise results of path model A. The explor-

atory factor analysis revealed that BMI did not play a causative role in IHD (standardized

Table 1. Clinical baseline characteristics of the study subjects.

IHD group (n = 970) non-IHD group (n = 282) P value

Age (yrs) 65.9±10.5 62.7±13.1 P<0.01

Men (%) 86.6 69.9 P<0.01

BMI (kg/m2) 24.6±3.8 23.4±4.5 P<0.01

DM (%) 41.4 21.3 P<0.01

DLP (%) 81.9 45.0 P<0.01

HT (%) 75.7 61.0 P<0.01

Current+Past smoker (%) 71.4 48.9 P<0.01

Current smoker (%) 21.1 20.6 NS

s-Cr (mg/dL) 0.88±0.53 0.85±0.22 NS

HbA1c (NGSP) (%) 6.3±1.0 5.9±0.9 P<0.01

BNP (ng/L) 76.4±126.7 170.4±220.9 P<0.01

BNP (ng/L) Median (interquartile range) 32.3(14.3–83.8) 95.3(29.7–208.7) P<0.01

LogBNP (ng/L) 1.56±0.52 1.91±0.59 P<0.01

LVEF (%) 58.6±10.5 51.3±15.1 P<0.01

Heart rate (beats/min) (at Post-LVG) 69.7±11.4 75.2±16.1 P<0.01

LVEDP (mmHg) (at Pre-LVG) 15.9±8.9 17.6±8.0 P<0.01

LVEDVI (mL/m2) 63.6±18.1 84.1±34.8 P<0.01

LVESVI (mL/m2) 27.3±14.8 43.6±28.2 P<0.01

OMI (%) 36.7 0.0 P<0.01

Prior PCI (%) 49.5 0.0 P<0.01

Prior CABG (%) 10.1 0.0 P<0.01

Prior valve repair (%) 0.7 1.8 NS

Valvular heart disease (%) 5.5 36.2 P<0.01

Congenital heart disease (%) 0.4 4.3 P<0.01

Cardiomyopathy (%) 2.1 38.3 P<0.01

Atrial fibrillation (%) 3.7 20.2 P<0.01

Calcium-channel blockers (%) 64.0 32.6 P<0.01

ACE-inhibitors (%) 23.5 14.5 P<0.01

ARBs (%) 41.9 28.4 P<0.01

Nitrates (%) 21.6 4.6 P<0.01

Nicorandil (%) 13.3 3.9 P<0.01

Beta-blockers (%) 44.6 28.4 P<0.01

Statins (%) 72.7 22.0 P<0.01

Diuretics (%) 16.4 30.9 P<0.01

OHA (%) 29.2 11.0 P<0.01

Insulin (%) 11.0 4.6 P<0.01

BMI, Body mass index, DM, Diabetes mellitus; DLP, Dyslipidemia; HT, Hypertension; s-Cr, Serum-creatinine; BNP, B-type natriuretic peptide; LVG, Left

Ventriculography; LVEF, Left ventricular ejection fraction; LVEDP, Left ventricular end diastolic pressure; LVEDVI, Left ventricular end-diastolic volume

index; LVESVI, Left ventricular end-systolic volume index; OMI, Old myocardial infarction; PCI, Percutaneous coronary intervention; CABG, Coronary

artery bypass graft; ACE, Angiotensin converting enzyme; ARBs, Angiotensin receptor blockers; OHA, Oral hypoglycemic agents.

https://doi.org/10.1371/journal.pone.0177327.t001
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regression coefficient, β: -0.003, P = NS). However, BMI was causatively linked to other risk

factors (β: 0.165, P<0.001 for hypertension; β: 0.152, P<0.001 for dyslipidemia; β: 0.190,

P<0.001 for HbA1c; β: -0.217, P<0.001 for LogBNP), and these factors played a causative role

in IHD (β: 0.095, P<0.001 for hypertension; β: 0.279, P<0.001 for dyslipidemia; β: 0.112,

P<0.001 for HbA1c; β: -0.207, P<0.001 for LogBNP).

Concept of proposed path model B1 and its result

The covariance structure analysis revealed a potential power of the low reactivity of BNP in the

promotion of IHD. Fig 2 (upper) shows the next path model, B1, proposed for a more precise

evaluation. This model was just a portion of path model A. We simplified the paths from BMI

to LogBNP and further to IHD. Table 5 shows the results of statistical analyses. Path model B1

revealed a significant association from BMI to LogBNP (β: -0.217, P<0.001). The model also

revealed an inverse cascade from LogBNP to IHD (β: -0.263, P<0.001). This simple path

model suggested that the low reactivity of BNP was an important factor that intervened

between BMI and IHD.

Concept of proposed path model B2 and its result

The contribution of the low reactivity of BNP to IHD was statistically significant but still seem-

ingly weak because the standardized regression coefficient (β) was only -0.263. Fig 2 (lower)

shows the next planned path model, B2. The purpose of this model was to examine the cause

and effect between the low reactivity of BNP and IHD progression. Ischemia in the heart

increases BNP production, which may be a positive feedback control. Table 6 shows the results

of statistical analyses. The model revealed a significant association from LogBNP to IHD with

an inverse correlation (β: -0.556, P<0.001) and a cascade from IHD to LogBNP with a positive

correlation (β: 0.343, P<0.05). This result revealed why only a weak cascade was observed

from LogBNP to IHD in path model B1 (β: -0.263). The contribution of LogBNP to IHD

should have balanced out, and the intrinsic power of the effect of the low reactivity of BNP on

the promotion of IHD was fairly strong (β: -0.556).

Table 2. Multiple logistic regression analysis for IHD.

Explanatory variable Regression coefficient P value Odds ratio Odds 95% CI

BMI 0.035 NS (P = 0.087) 1.035 0.995–1.077

DLP 1.538 <0.01 4.654 3.463–6.256

HT 0.46 <0.01 1.584 1.163–2.157

HbA1c (NGSP) 0.366 <0.01 1.442 1.204–1.728

BMI, Body mass index; DLP, Dyslipidemia; HT, Hypertension.

https://doi.org/10.1371/journal.pone.0177327.t002

Table 3. Multiple logistic regression analysis for IHD with involvement of BNP.

Explanatory variable Regression coefficient P value Odds ratio Odds 95% CI

BMI 0.005 NS (P = 0.825) 1.005 0.965–1.046

DLP 1.406 <0.01 4.079 3.009–5.528

HT 0.536 <0.01 1.71 1.243–2.352

HbA1c (NGSP) 0.396 <0.01 1.486 1.237–1.786

Log BNP -1.011 <0.01 0.364 0.275–0.481

BMI, Body mass index; DLP, Dyslipidemia; HT, Hypertension; BNP, B-type natriuretic peptide

https://doi.org/10.1371/journal.pone.0177327.t003
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Additional path analysis by gender difference

A theoretical path model (similar to path model A) was proposed for each gender. The results

of the gender-segregated analysis appeared similar to the analysis of the total study population.

In essence, among males (840 in the IHD group and 197 in the non-IHD group), the explor-

atory factor analysis revealed that BMI did not play a causative role in IHD (β: -0.036, P = NS),

that BMI was causatively linked to LogBNP (β: -0.183, P<0.001), and that LogBNP played a

causative role in IHD (β: -0.201, P<0.001). Among females (130 in the IHD group and 85 in

the non-IHD group), the exploratory factor analysis revealed that BMI did not play a causative

role in IHD (β: 0.003, P = NS), that BMI was causatively linked to LogBNP (β: -0.214, P =

0.001), and that LogBNP played a causative role in IHD (β: -0.140, P<0.05 for LogBNP).

Discussion

Multiple logistic regression analysis using conventional risk factors and

inclusion of BNP for determinations of obesity as a cause of IHD

The current study demonstrated that dyslipidemia, hypertension, and diabetes were strongly cor-

related with IHD using multiple logistic regression analysis and that obesity per se was not clearly

related to IHD (P = NS (0.087)). Thus, the contribution of obesity to IHD is still unclear. The rea-

son is unknown; however, we speculate a possible contribution of low responsibility of BNP.

It is widely accepted that plasma BNP increases as a consequence of heart failure and is a

useful marker of the degree of heart failure [12, 13]. However, some patients exhibit plasma

BNP levels that are inadequate to compensate for the degree of heart failure. This hormonal

imbalance may cause an advancement of atherosclerosis, IHD, and heart failure [19–21].

Furthermore, we recently reported that the plasma BNP levels were relatively lower in IHD

patients than in non-IHD patients [21], although the causality was unclear. To investigate the

possibility of a BNP contribution, we used BNP as one factor in the current multiple logistic

regression analyses and demonstrated that the low reactivity of BNP was a significant deter-

minant of IHD. Notably, the effect of BMI on IHD almost completely disappeared (P = NS

(0.825)) when BNP was included in the equation model.

The necessity of covariance structure analysis and the proposed

theoretical path model

We consider the current multiple logistic regression analysis to have two limitations. One limi-

tation is that the explanatory valuables confounded each other as little as possible. For example,

Table 4. Results of path model A (Fig 1).

Clinical factor Direct effect Indirect effect Total effect P value

IHD  BMI -0.003 0.124 0.121 P = 0.898

DLP  BMI 0.152 0.000 0.152 P<0.001

LogBNP  BMI -0.217 0.000 -0.217 P<0.001

HT  BMI 0.165 0.000 0.165 P<0.001

HbA1c  BMI 0.19 0.000 0.190 P<0.001

IHD  DLP 0.279 0.000 0.279 P<0.001

IHD  LogBNP -0.207 0.000 -0.207 P<0.001

IHD  HT 0.095 0.000 0.095 P<0.001

IHD  HbA1c (NGSP) 0.112 0.000 0.112 P<0.001

IHD, Ischemic heart disease; BMI, Body mass index; DLP, Dyslipidemia; BNP, B-type natriuretic peptide; HT, Hypertension.

https://doi.org/10.1371/journal.pone.0177327.t004
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Fig 1. Path model A: Explanatory drawing of possible cascade from BMI to IHD directly and via the low reactivity of

BNP, dyslipidemia, hypertension, and HbA1c. This path has a coefficient showing the standardized coefficient of regressing

independent variables on the dependent variable of the relevant path. These variables indicate standardized regression

coefficients (direct effect) [simple capitals], squared multiple correlations [narrow italic capitals] and correlations among

Low B-type natriuretic peptide in obesity as a risk factor for ischemic heart disease
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an inverse correlation between BMI and LogBNP was identified using a single regression anal-

ysis as a reference example (N = 1252, R = -0.217, P<0.01). The other limitation is that multi-

ple logistic regression analysis is not a hierarchical structural model, and obesity should be

positioned ahead of other risk factors from the perspective of metabolic syndrome.

The precise path model A was successfully tested in this study. We elicited two findings

using this highly statistical model. First, this model clearly demonstrated that obesity per se

was not a significant risk factor for IHD in this population, but the obesity-triggered risk

exogenous variables [capitals inside round brackets]. A two-way arrow between two variables indicates a correlation between

those two variables. The total variance in a dependent variable for every regression is theorized to be caused by either

independent variables of the model or extraneous variables (e). BMI: body mass index; BNP: B-type natriuretic peptide; e:

extraneous variable.

https://doi.org/10.1371/journal.pone.0177327.g001

Fig 2. Path models B1 and B2: explanatory drawing of Ppossible cascade from BMI to BNP and further to IHD. This path has a coefficient

showing the standardized coefficient of regressing independent variables on the dependent variable of the relevant path. These variables indicate

standardized regression coefficients (direct effect) [simple capitals], squared multiple correlations [narrow italic capitals] and correlations among

exogenous variables [capitals inside round brackets]. BMI; body mass index; BNP: B-type natriuretic peptide; IHD: ischemic heart disease; e:

extraneous variable. B1. Path model B1: a simple path model for the connection between BNP as a cause and IHD as an effect. B2. Path model

B2: directional paths between BNP and IHD to distinguish between cause and effect.

https://doi.org/10.1371/journal.pone.0177327.g002
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factors were substantially important for IHD. Second, the low reactivity of BNP was a signifi-

cant risk factor for IHD. The covariance structure models reinforced the results obtained in

the multiple regression analysis with great accuracy.

Strong but concealed power of the low reactivity of BNP in the

progression of IHD

The relation between the low reactivity of BNP and progression of IHD should be examined

in more detail. Path model B1 was a portion of path model A. This model demonstrated an

inverse link from LogBNP to IHD with high statistical significance (P<0.001). However, we

considered the contribution, (β: -0.263) still relatively low. We hypothesized that IHD per se

would augment the production of BNP in an opposite manner because myocardial ischemia

increased the secretion of BNP [23]. Path model B2 examined the cause and effect between the

low reactivity of BNP and IHD promotion. Notably, path model B2 revealed an inverse contri-

bution of BNP to IHD (β: -0.556) and a positive contribution of IHD to BNP (β: 0.343). These

analyses highlighted the substantial power of the low reactivity of BNP for IHD and showed

that the contribution, (β: -0.263) in path model B1 should have been balanced out by its reverse

action. The power of the low reactivity of BNP is a substantially strong but concealed risk fac-

tor for IHD.

Possible mechanisms by which obesity induces the low reactivity of BNP

How obesity induces the low reactivity of BNP is not known, but there are several possible

mechanisms. The production of BNP is decreased in obese patients with heart failure, which

was documented in our previous report involving blood sampling from the coronary sinus

and aortic root during cardiac catheterization [25]. The molecular mechanisms are still not

clear, but some studies have demonstrated roles of peroxisome proliferator-activated receptor

(PPAR)-α and HIF-1α in BNP production. PPAR-α generally suppresses the production of

BNP, and it may be activated in obese patients [26, 27]. HIF-1α generally augments the pro-

duction of BNP, and it is decreased in diabetic patients with obesity [28, 29]. We discussed the

precise mechanisms in a previous report [30].

Table 5. Results of path model B1 (Fig 2).

Clinical factor Standardized regression

coefficient

P value

LogBNP  BMI -0.217 P<0.001

IHD  LogBNP -0.263 P<0.001

BNP, B-type natriuretic peptide; BMI, Body mass index; IHD, Ischemic heart disease.

https://doi.org/10.1371/journal.pone.0177327.t005

Table 6. Results of path model B2 (Fig 2).

Clinical factor Standardized regression

coefficient

P value

LogBNP  BMI -0.258 P<0.001

IHD  LogBNP -0.556 P<0.001

LogBNP  IHD 0.343 P<0.05

BNP, B-type natriuretic peptide; BMI, Body mass index; IHD, Ischemic heart disease.

https://doi.org/10.1371/journal.pone.0177327.t006
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Possible mechanisms for the promotion of IHD induced by the low

reactivity of BNP

These results suggest that the low reactivity of BNP plays a crucial causative role in IHD. The

contribution of low-reactive BNP to the advancement of IHD should be examined closely in

future studies. The low response of cyclic guanosine monophosphate (GMP) due to low-reac-

tive BNP may be important because cyclic GMP is the second messenger of natriuretic pep-

tides and it contributes to arterial vasodilation [31]. Natriuretic peptides may reduce some

adhesion molecules that produce atherosclerosis [32]. The low reactivity of BNP would cause

vasoconstriction of the arteries and adherence of leukocytes and other cells, including cancer

cells [33].

Possible relationship with obesity paradox

This study demonstrated that obesity per se is not a strong risk factor for IHD in Japanese

patients. This finding may be related partly to the obesity paradox, a recent hypothesis that

obesity may be protective and associated with greater survival in certain groups of people, such

as very elderly individuals or those with certain chronic diseases, including heart failure [8–

10,34]. At a minimum, this study suggests that mild obesity itself is not particularly harmful in

the absence of other risk factors.

Explanation of the BNP assay system

The BNP assay system we used in this study was a rapid enzyme-linked immunosorbent assay

(non-extracted) kit using an antibody to human BNP (Shionogi Co. Ltd., Tokyo, Japan), as

mentioned in the methods section. In some detail, this BNP assay system detects not only the

32-amino-acid authentic BNP (BNP32), the biologically active form, but also the 108-amino-

acid proBNP (1–108), a less active form [35]. To our knowledge, there is no method for the

measurement of BNP32 alone. Therefore, a more detailed discussion of the meaning of a ‘high’

plasma BNP level measured with this assay system is necessary. On another front, the current

study, demonstrated that ‘low’ plasma levels of BNP were significant. This means that the com-

bined levels of BNP32 and proBNP in the circulation were low, indicating that the amount

of BNP32 is naturally small. Therefore, we can deny responsibility for the discussion about

molecular forms of BNP in this study. Nonetheless, to confirm the current result, the most

accurate method of assessing the biological activity of cardiac endocrine function (including

both A-type natriuretic peptide and BNP) would be the simultaneous measurement of cyclic

GMP in urine samples [36].

Possible contribution of gender differences to the current results

In the statistical analysis, other explanatory variables should be taken into consideration, espe-

cially,gender differences. It has been reported that plasma BNP levels differ between males and

females [24,37]. However, gender differences had a limited influence in this study. Again, we

should note that the study population was only mildly obese.

Abundant remaining risks for IHD estimated by covariance structure

analysis

The current statistics using covariance structure analyses were performed for explanatory fac-

tor analysis. The predictors of IHD were estimated to explain 18.4% of its variance. In other

words, the error variance of IHD is approximately 81.6% of the variance of IHD itself. This
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result indicates that other factors are associated with the progression of IHD, which require

clarification in the future.

Warning about future obesity in Japan

We should not underestimate the effect of obesity itself on increasing the risk of future epi-

sodes, either directly or indirectly because childhood obesity is associated with increased car-

diovascular risk both globally [38] and in Japan [39].

Study limitations

First, as shown in Table 1, the pharmacological treatment differed between the IHD and non-

IHD groups. These therapies might have exerted some influence on the current results. We

should conduct another study to examine the preventive benefit of drugs. Second, it would be

interesting to examine the effects of heart failure types, which are classified as heart failure

with reduced or preserved ejection fraction (HFrEF or HFpEF), or to stratify the data by symp-

tomatic vs. asymptomatic patients. We could not perform such an analysis in the current work

because we had only limited data on precise diastolic function (measured by echocardiogra-

phy) and more detailed clinical signs.

Conclusion

This study used covariance structure analysis and demonstrated that obesity per se was not a

significant risk for IHD in Japanese patients. However, several important risk factors triggered

by obesity played a causative role in IHD. The low reactivity of BNP was induced by obesity

and augmented the progression of IHD.

Acknowledgments

We thank all the trial physicians and nurses at all the participating hospitals for their important

contributions to this study. We also thank Kumiko Nishiyama for assistance with the data. We

thank American Journal Experts (www.aje.com) for English language editing.

Author Contributions

Conceptualization: JT KM SM MY.

Data curation: SM TN TO.

Formal analysis: KM MK YI TT MY.

Investigation: JT KM KO TT.

Methodology: JT KM MY.

Project administration: KM MK MY.

Resources: KO TN TO.

Software: JT KM MK.

Supervision: JT KM SM TO MY.

Validation: MK KO YI.

Visualization: JT KM MY.

Writing – original draft: JT KM TN MY.

Low B-type natriuretic peptide in obesity as a risk factor for ischemic heart disease

PLOS ONE | https://doi.org/10.1371/journal.pone.0177327 May 8, 2017 12 / 15

http://www.aje.com/
https://doi.org/10.1371/journal.pone.0177327


Writing – review & editing: JT KM MY.

References
1. Ogden CL, Carroll MD, Curtin LR, McDowell MA, Tabak CJ, Flegal KM. Prevalence of overweight and

obesity in the United States, 1999–2004. JAMA. 2006; 295(13):1549–55. Epub 2006/04/06. https://doi.

org/10.1001/jama.295.13.1549 PMID: 16595758

2. Calle EE, Thun MJ, Petrelli JM, Rodriguez C, Heath CW Jr. Body-mass index and mortality in a pro-

spective cohort of U.S. adults. N Engl J Med. 1999; 341(15):1097–105. Epub 1999/10/08. https://doi.

org/10.1056/NEJM199910073411501 PMID: 10511607

3. Galassi A, Reynolds K, He J. Metabolic syndrome and risk of cardiovascular disease: a meta-analysis.

Am J Med. 2006; 119(10):812–9. Epub 2006/09/27. https://doi.org/10.1016/j.amjmed.2006.02.031

PMID: 17000207

4. Shulman GI. Cellular mechanisms of insulin resistance. J Clin Invest. 2000; 106(2):171–6. Epub 2000/

07/21. PubMed Central PMCID: PMCPMC314317. https://doi.org/10.1172/JCI10583 PMID: 10903330

5. Wisse BE. The inflammatory syndrome: the role of adipose tissue cytokines in metabolic disorders

linked to obesity. J Am Soc Nephrol. 2004; 15(11):2792–800. Epub 2004/10/27. https://doi.org/10.

1097/01.ASN.0000141966.69934.21 PMID: 15504932

6. Morales-Villegas E. Dyslipidemia, Hypertension and Diabetes Metaflammation. A Unique Mechanism

for 3 Risk Factors. Curr Hypertens Rev. 2014. Epub 2014/07/06.

7. Sacks FM, Hermans MP, Fioretto P, Valensi P, Davis T, Horton E, et al. Association between plasma tri-

glycerides and high-density lipoprotein cholesterol and microvascular kidney disease and retinopathy in

type 2 diabetes mellitus: a global case-control study in 13 countries. Circulation. 2014; 129(9):999–

1008. Epub 2013/12/20. https://doi.org/10.1161/CIRCULATIONAHA.113.002529 PMID: 24352521

8. Invitti C, Gilardini L, Viberti G. Obesity and the metabolic syndrome in children and adolescents. N Engl

J Med. 2004; 351(11):1146–8; author reply -8. Epub 2004/09/11.

9. Despres JP, Lemieux I. Abdominal obesity and metabolic syndrome. Nature. 2006; 444(7121):881–7.

Epub 2006/12/15. https://doi.org/10.1038/nature05488 PMID: 17167477

10. Nippon_Data80_Research_Group. Risk assessment chart for death from cardiovascular disease

based on a 19-year follow-up study of a Japanese representative population. Circ J. 2006; 70

(10):1249–55. Epub 2006/09/26. PMID: 16998254

11. Kalantar-Zadeh K, Block G, Horwich T, Fonarow GC. Reverse epidemiology of conventional cardiovas-

cular risk factors in patients with chronic heart failure. J Am Coll Cardiol. 2004; 43(8):1439–44. Epub

2004/04/20. https://doi.org/10.1016/j.jacc.2003.11.039 PMID: 15093881

12. Mukoyama M, Nakao K, Hosoda K, Suga S, Saito Y, Ogawa Y, et al. Brain natriuretic peptide as a novel

cardiac hormone in humans. Evidence for an exquisite dual natriuretic peptide system, atrial natriuretic

peptide and brain natriuretic peptide. J Clin Invest. 1991; 87(4):1402–12. Epub 1991/04/01. PubMed

Central PMCID: PMCPmc295184. https://doi.org/10.1172/JCI115146 PMID: 1849149

13. Yasue H, Yoshimura M, Sumida H, Kikuta K, Kugiyama K, Jougasaki M, et al. Localization and mecha-

nism of secretion of B-type natriuretic peptide in comparison with those of A-type natriuretic peptide in

normal subjects and patients with heart failure. Circulation. 1994; 90(1):195–203. Epub 1994/07/01.

PMID: 8025996

14. Harada E, Nakagawa O, Yoshimura M, Harada M, Nakagawa M, Mizuno Y, et al. Effect of interleukin-1

beta on cardiac hypertrophy and production of natriuretic peptides in rat cardiocyte culture. J Mol Cell

Cardiol. 1999; 31(11):1997–2006. Epub 1999/12/11. https://doi.org/10.1006/jmcc.1999.1030 PMID:

10591026

15. Wang TJ, Larson MG, Levy D, Benjamin EJ, Leip EP, Omland T, et al. Plasma natriuretic peptide levels

and the risk of cardiovascular events and death. N Engl J Med. 2004; 350(7):655–63. Epub 2004/02/13.

https://doi.org/10.1056/NEJMoa031994 PMID: 14960742

16. Meroufel DN, Ouhaibi-Djellouli H, Mediene-Benchekor S, Hermant X, Grenier-Boley B, Lardjam-Hetraf

SA, et al. Examination of the brain natriuretic peptide rs198389 single-nucleotide polymorphism on type

2 diabetes mellitus and related phenotypes in an Algerian population. Gene. 2015; 567(2):159–63.

Epub 2015/05/03. https://doi.org/10.1016/j.gene.2015.04.073 PMID: 25934190

17. Lanfear DE, Chow S, Padhukasahasram B, Li J, Langholz D, Tang WH, et al. Genetic and nongenetic

factors influencing pharmacokinetics of B-type natriuretic peptide. J Card Fail. 2014; 20(9):662–8. Epub

2014/07/02. PubMed Central PMCID: PMCPMC4189182. https://doi.org/10.1016/j.cardfail.2014.06.

357 PMID: 24983826

18. Zeng K, Wu XD, Liu QC, Gao F, Lin CZ. Impact of a novel mutation in the 5’-flanking region of natriuretic

peptide precursor B gene on the antihypertensive effects of sodium nitroprusside in patients with

Low B-type natriuretic peptide in obesity as a risk factor for ischemic heart disease

PLOS ONE | https://doi.org/10.1371/journal.pone.0177327 May 8, 2017 13 / 15

https://doi.org/10.1001/jama.295.13.1549
https://doi.org/10.1001/jama.295.13.1549
http://www.ncbi.nlm.nih.gov/pubmed/16595758
https://doi.org/10.1056/NEJM199910073411501
https://doi.org/10.1056/NEJM199910073411501
http://www.ncbi.nlm.nih.gov/pubmed/10511607
https://doi.org/10.1016/j.amjmed.2006.02.031
http://www.ncbi.nlm.nih.gov/pubmed/17000207
https://doi.org/10.1172/JCI10583
http://www.ncbi.nlm.nih.gov/pubmed/10903330
https://doi.org/10.1097/01.ASN.0000141966.69934.21
https://doi.org/10.1097/01.ASN.0000141966.69934.21
http://www.ncbi.nlm.nih.gov/pubmed/15504932
https://doi.org/10.1161/CIRCULATIONAHA.113.002529
http://www.ncbi.nlm.nih.gov/pubmed/24352521
https://doi.org/10.1038/nature05488
http://www.ncbi.nlm.nih.gov/pubmed/17167477
http://www.ncbi.nlm.nih.gov/pubmed/16998254
https://doi.org/10.1016/j.jacc.2003.11.039
http://www.ncbi.nlm.nih.gov/pubmed/15093881
https://doi.org/10.1172/JCI115146
http://www.ncbi.nlm.nih.gov/pubmed/1849149
http://www.ncbi.nlm.nih.gov/pubmed/8025996
https://doi.org/10.1006/jmcc.1999.1030
http://www.ncbi.nlm.nih.gov/pubmed/10591026
https://doi.org/10.1056/NEJMoa031994
http://www.ncbi.nlm.nih.gov/pubmed/14960742
https://doi.org/10.1016/j.gene.2015.04.073
http://www.ncbi.nlm.nih.gov/pubmed/25934190
https://doi.org/10.1016/j.cardfail.2014.06.357
https://doi.org/10.1016/j.cardfail.2014.06.357
http://www.ncbi.nlm.nih.gov/pubmed/24983826
https://doi.org/10.1371/journal.pone.0177327


hypertension. J Hum Hypertens. 2013; 27(4):271–6. Epub 2012/06/15. https://doi.org/10.1038/jhh.

2012.25 PMID: 22695938

19. Zois NE, Bartels ED, Hunter I, Kousholt BS, Olsen LH, Goetze JP. Natriuretic peptides in cardiometa-

bolic regulation and disease. Nat Rev Cardiol. 2014; 11(7):403–12. Epub 2014/05/14. https://doi.org/

10.1038/nrcardio.2014.64 PMID: 24820868

20. Nakane T, Kawai M, Komukai K, Kayama Y, Matsuo S, Nagoshi T, et al. Contribution of extracardiac

factors to the inconsistency between plasma B-type natriuretic peptide levels and the severity of pulmo-

nary congestion on chest X-rays in the diagnosis of heart failure. Intern Med. 2012; 51(3):239–48. Epub

2012/02/02. PMID: 22293797

21. Minai K, Ogawa T, Kawai M, Komukai K, Tanaka T, Ogawa K, et al. The plasma B-type natriuretic pep-

tide levels are low in males with stable ischemic heart disease (IHD) compared to those observed in

patients with non-IHD: a retrospective study. PLoS One. 2014; 9(10):e108983. Epub 2014/11/02.

PubMed Central PMCID: PMCPMC4215845. https://doi.org/10.1371/journal.pone.0108983 PMID:

25360594

22. Kinoshita K, Kawai M, Minai K, Ogawa K, Inoue Y, Yoshimura M. Potent influence of obesity on sup-

pression of plasma B-type natriuretic peptide levels in patients with acute heart failure: An approach

using covariance structure analysis. Int J Cardiol. 2016; 215:283–90. Epub 2016/04/30. https://doi.org/

10.1016/j.ijcard.2016.04.111 PMID: 27128547

23. Morita E, Yasue H, Yoshimura M, Ogawa H, Jougasaki M, Matsumura T, et al. Increased plasma levels

of brain natriuretic peptide in patients with acute myocardial infarction. Circulation. 1993; 88(1):82–91.

Epub 1993/07/01. PMID: 8319360

24. Kawai M, Yoshimura M, Harada M, Mizuno Y, Hiramitsu S, Shimizu M, et al. Determination of the B-

type natriuretic peptide level as a criterion for abnormalities in japanese individuals in routine clinical

practice: the J-ABS Multi-Center Study (Japan Abnormal BNP Standard). Intern Med. 2013; 52(2):171–

7. Epub 2013/01/16. PMID: 23318845

25. Mizuno Y, Harada E, Katoh D, Kashiwagi Y, Morikawa Y, Nakagawa H, et al. Cardiac production of B-

type natriuretic peptide is inversely related to the plasma level of free fatty acids in obese individuals—

possible involvement of the insulin resistance. Endocr J. 2013; 60(1):87–95. Epub 2012/09/26. PMID:

23006812

26. Duncan JG, Bharadwaj KG, Fong JL, Mitra R, Sambandam N, Courtois MR, et al. Rescue of cardiomy-

opathy in peroxisome proliferator-activated receptor-alpha transgenic mice by deletion of lipoprotein

lipase identifies sources of cardiac lipids and peroxisome proliferator-activated receptor-alpha activa-

tors. Circulation. 2010; 121(3):426–35. Epub 2010/01/13. PubMed Central PMCID: PMCPMC2825753.

https://doi.org/10.1161/CIRCULATIONAHA.109.888735 PMID: 20065164

27. Liang F, Wang F, Zhang S, Gardner DG. Peroxisome proliferator activated receptor (PPAR)alpha ago-

nists inhibit hypertrophy of neonatal rat cardiac myocytes. Endocrinology. 2003; 144(9):4187–94. Epub

2003/08/23. https://doi.org/10.1210/en.2002-0217 PMID: 12933694

28. Luo Y, Jiang C, Belanger AJ, Akita GY, Wadsworth SC, Gregory RJ, et al. A constitutively active hyp-

oxia-inducible factor-1alpha/VP16 hybrid factor activates expression of the human B-type natriuretic

peptide gene. Mol Pharmacol. 2006; 69(6):1953–62. Epub 2006/03/02. https://doi.org/10.1124/mol.

105.017905 PMID: 16507742

29. Weidemann A, Klanke B, Wagner M, Volk T, Willam C, Wiesener MS, et al. Hypoxia, via stabilization of

the hypoxia-inducible factor HIF-1alpha, is a direct and sufficient stimulus for brain-type natriuretic pep-

tide induction. Biochem J. 2008; 409(1):233–42. Epub 2007/09/08. https://doi.org/10.1042/BJ20070629

PMID: 17822384

30. Inoue Y, Kawai M, Minai K, Ogawa K, Nagoshi T, Ogawa T, et al. The impact of an inverse correlation

between plasma B-type natriuretic peptide levels and insulin resistance on the diabetic condition in

patients with heart failure. Metabolism. 2016; 65(3):38–47. Epub 2016/02/20. https://doi.org/10.1016/j.

metabol.2015.09.019 PMID: 26892514

31. Hirata Y, Shichiri M, Emori T, Marumo F, Kangawa K, Matsuo H. Brain natriuretic peptide interacts with

atrial natriuretic peptide receptor in cultured rat vascular smooth muscle cells. FEBS Lett. 1988; 238

(2):415–8. Epub 1988/10/10. PMID: 2844607

32. Morikis VA, Radecke C, Jiang Y, Heinrich V, Curry FR, Simon SI. Atrial natriuretic peptide down-regu-

lates neutrophil recruitment on inflamed endothelium by reducing cell deformability and resistance to

detachment force. Biorheology. 2015; 52(5–6):447–63. Epub 2015/12/08. PubMed Central PMCID:

PMCPMC5019877. https://doi.org/10.3233/BIR-15067 PMID: 26639357

33. Nojiri T, Hosoda H, Tokudome T, Miura K, Ishikane S, Otani K, et al. Atrial natriuretic peptide prevents

cancer metastasis through vascular endothelial cells. Proc Natl Acad Sci U S A. 2015; 112(13):4086–

91. Epub 2015/03/17. PubMed Central PMCID: PMCPMC4386325. https://doi.org/10.1073/pnas.

1417273112 PMID: 25775533

Low B-type natriuretic peptide in obesity as a risk factor for ischemic heart disease

PLOS ONE | https://doi.org/10.1371/journal.pone.0177327 May 8, 2017 14 / 15

https://doi.org/10.1038/jhh.2012.25
https://doi.org/10.1038/jhh.2012.25
http://www.ncbi.nlm.nih.gov/pubmed/22695938
https://doi.org/10.1038/nrcardio.2014.64
https://doi.org/10.1038/nrcardio.2014.64
http://www.ncbi.nlm.nih.gov/pubmed/24820868
http://www.ncbi.nlm.nih.gov/pubmed/22293797
https://doi.org/10.1371/journal.pone.0108983
http://www.ncbi.nlm.nih.gov/pubmed/25360594
https://doi.org/10.1016/j.ijcard.2016.04.111
https://doi.org/10.1016/j.ijcard.2016.04.111
http://www.ncbi.nlm.nih.gov/pubmed/27128547
http://www.ncbi.nlm.nih.gov/pubmed/8319360
http://www.ncbi.nlm.nih.gov/pubmed/23318845
http://www.ncbi.nlm.nih.gov/pubmed/23006812
https://doi.org/10.1161/CIRCULATIONAHA.109.888735
http://www.ncbi.nlm.nih.gov/pubmed/20065164
https://doi.org/10.1210/en.2002-0217
http://www.ncbi.nlm.nih.gov/pubmed/12933694
https://doi.org/10.1124/mol.105.017905
https://doi.org/10.1124/mol.105.017905
http://www.ncbi.nlm.nih.gov/pubmed/16507742
https://doi.org/10.1042/BJ20070629
http://www.ncbi.nlm.nih.gov/pubmed/17822384
https://doi.org/10.1016/j.metabol.2015.09.019
https://doi.org/10.1016/j.metabol.2015.09.019
http://www.ncbi.nlm.nih.gov/pubmed/26892514
http://www.ncbi.nlm.nih.gov/pubmed/2844607
https://doi.org/10.3233/BIR-15067
http://www.ncbi.nlm.nih.gov/pubmed/26639357
https://doi.org/10.1073/pnas.1417273112
https://doi.org/10.1073/pnas.1417273112
http://www.ncbi.nlm.nih.gov/pubmed/25775533
https://doi.org/10.1371/journal.pone.0177327


34. Clerico A, Giannoni A, Vittorini S, Emdin M. The paradox of low BNP levels in obesity. Heart Fail Rev.

2012; 17(1):81–96. Epub 2011/04/28. https://doi.org/10.1007/s10741-011-9249-z PMID: 21523383

35. Nishikimi T, Okamoto H, Nakamura M, Ogawa N, Horii K, Nagata K, et al. Direct immunochemilumines-

cent assay for proBNP and total BNP in human plasma proBNP and total BNP levels in normal and

heart failure. PLoS One. 2013; 8(1):e53233. Epub 2013/02/01. PubMed Central PMCID:

PMCPmc3554706. https://doi.org/10.1371/journal.pone.0053233 PMID: 23365636

36. Clerico A, Passino C, Franzini M, Emdin M. Cardiac biomarker testing in the clinical laboratory: where

do we stand? General overview of the methodology with special emphasis on natriuretic peptides. Clin

Chim Acta. 2015; 443:17–24. Epub 2014/06/18. https://doi.org/10.1016/j.cca.2014.06.003 PMID:

24937843

37. Clerico A, Fontana M, Vittorini S, Emdin M. The search for a pathophysiological link between gender,

cardiac endocrine function, body mass regulation and cardiac mortality: proposal for a working hypothe-

sis. Clin Chim Acta. 2009; 405(1–2):1–7. Epub 2009/04/04. https://doi.org/10.1016/j.cca.2009.03.050

PMID: 19341716

38. Juonala M, Magnussen CG, Berenson GS, Venn A, Burns TL, Sabin MA, et al. Childhood adiposity,

adult adiposity, and cardiovascular risk factors. N Engl J Med. 2011; 365(20):1876–85. Epub 2011/11/

18. https://doi.org/10.1056/NEJMoa1010112 PMID: 22087679

39. Nanri H, Shirasawa T, Ochiai H, Nomoto S, Hoshino H, Kokaze A. Rapid weight gain during infancy and

early childhood is related to higher anthropometric measurements in preadolescence. Child Care Health

Dev. 2017. Epub 2017/03/17.

Low B-type natriuretic peptide in obesity as a risk factor for ischemic heart disease

PLOS ONE | https://doi.org/10.1371/journal.pone.0177327 May 8, 2017 15 / 15

https://doi.org/10.1007/s10741-011-9249-z
http://www.ncbi.nlm.nih.gov/pubmed/21523383
https://doi.org/10.1371/journal.pone.0053233
http://www.ncbi.nlm.nih.gov/pubmed/23365636
https://doi.org/10.1016/j.cca.2014.06.003
http://www.ncbi.nlm.nih.gov/pubmed/24937843
https://doi.org/10.1016/j.cca.2009.03.050
http://www.ncbi.nlm.nih.gov/pubmed/19341716
https://doi.org/10.1056/NEJMoa1010112
http://www.ncbi.nlm.nih.gov/pubmed/22087679
https://doi.org/10.1371/journal.pone.0177327

