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Abstract

Background

Pulmonary hypertension (PH) is characterized by elevated pulmonary artery pressure but

classified into subgroups based on disease etiology. It is established that systemic bioener-

getic dysfunction contributes to the pathogenesis of pulmonary arterial hypertension classi-

fied as World Health Organization (WHO) Group 1. Consistent with this, we previously

showed that platelets from Group 1 PH patients demonstrate increased glycolysis and

enhanced maximal capacity for oxidative phosphorylation, which is due to increased fatty

acid oxidation (FAO). However, it remains unclear whether identical mitochondrial alter-

ations contribute to the pathology of other PH subgroups. The most prevalent subgroup of

PH is WHO Group 2, which encompasses pulmonary venous hypertension secondary to left

heart disease. Here, we hypothesized that platelets from Group 2 subjects show bioener-

getic alteration compared to controls, and that these changes were similar to Group 1 PH

patients.

Method and results

We isolated platelets from subjects with Group 2 PH and controls (n = 20) and measured

platelet bioenergetics as well as hemodynamic parameters. We demonstrate that Group 2

PH platelets do not show a change in glycolytic rate but do demonstrate enhanced maximal

capacity of respiration due at least partially to increased FAO. Moreover, this enhanced

maximal capacity correlates negatively with right ventricular stroke work index and is not

changed by administration of inhaled nitrite, a modulator of pulmonary hemodynamics.

Conclusions

These data demonstrate that Group 2 PH subjects have altered bioenergetic function

though this alteration is not identical to that of Group 1 PH. The implications of this alteration

for disease pathogenesis will be discussed.

PLOS ONE | https://doi.org/10.1371/journal.pone.0220490 July 31, 2019 1 / 16

a1111111111

a1111111111

a1111111111

a1111111111

a1111111111

OPEN ACCESS

Citation: Nguyen QL, Wang Y, Helbling N, Simon

MA, Shiva S (2019) Alterations in platelet

bioenergetics in Group 2 PH-HFpEF patients. PLoS

ONE 14(7): e0220490. https://doi.org/10.1371/

journal.pone.0220490

Editor: Jianhua Zhang, University of Alabama at

Birmingham, UNITED STATES

Received: June 1, 2019

Accepted: July 17, 2019

Published: July 31, 2019

Copyright: © 2019 Nguyen et al. This is an open

access article distributed under the terms of the

Creative Commons Attribution License, which

permits unrestricted use, distribution, and

reproduction in any medium, provided the original

author and source are credited.

Data Availability Statement: All relevant data are

within the paper.

Funding: This work was supported in part by the

NIH grants 1 F32 HL132466-01 (to QLN),

PO1HL103455 (to MAS). The funders had no role

in study design, data collection and analysis,

decision to publish, or preparation of the

manuscript.

Competing interests: MAS has received

consultancy fees (modest) from Complex, United

Therapeutics, Actelion, Gilead, St. Jude Medical,

Hovione, and Bayer. These commercial funders did

http://orcid.org/0000-0003-3535-2113
https://doi.org/10.1371/journal.pone.0220490
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0220490&domain=pdf&date_stamp=2019-07-31
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0220490&domain=pdf&date_stamp=2019-07-31
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0220490&domain=pdf&date_stamp=2019-07-31
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0220490&domain=pdf&date_stamp=2019-07-31
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0220490&domain=pdf&date_stamp=2019-07-31
http://crossmark.crossref.org/dialog/?doi=10.1371/journal.pone.0220490&domain=pdf&date_stamp=2019-07-31
https://doi.org/10.1371/journal.pone.0220490
https://doi.org/10.1371/journal.pone.0220490
http://creativecommons.org/licenses/by/4.0/


Introduction

Pulmonary hypertension (PH), a condition characterized by elevated pulmonary artery pres-

sures and vascular resistance, is classified into subgroups based on distinct etiologies, diagnos-

tic criteria, and treatment strategies [1]. World Health Organization (WHO) Group 1 disease

comprises pre-capillary pulmonary arterial hypertension (PAH), which may be idiopathic,

inherited, or associated with collagen vascular disease, toxin exposure, or HIV infection. The

most prevalent form of PH is Group 2 which encompasses post-capillary (either isolated post-

capillary or combined post- and pre-capillary) pulmonary hypertension secondary to left heart

disease, including valvular disease and heart failure. Group 3 PH develops in the setting of

hypoxic lung disease. Group 4 represents chronic thromboembolic pulmonary hypertension.

Finally, Group 5 PH develops by pathophysiology not captured by the previous subgroups

such as post-splenectomy or in the setting of sarcoidosis where PH may develop by multiple

mechanisms [1].

Due to the diverse etiologies of PH, a unifying causal molecular mechanism has been elu-

sive. Altered cell metabolism in multiple tissues, propagated by mitochondrial dysfunction, is

well-recognized to contribute to disease pathogenesis in animal models and in human patients

with prototypical PAH who are classified within WHO Group 1 [2, 3]. Within pulmonary vas-

cular cells, a switch to aerobic glycolysis confers apoptosis resistance and cellular hyperproli-

feration which contributes to vascular remodeling in PAH [4–8]. Outside of the pulmonary

vasculature, cardiac and skeletal muscle display derangements in substrate metabolism which

compounds the heart failure and exercise intolerance in PAH [9–14]. Using platelets as a less-

invasive source of human mitochondria for assessment of bioenergetics, our group previously

showed that platelets from Group 1 PAH patients mirror the enhanced glycolysis seen in other

tissues, but also exhibit increased mitochondrial reserve respiratory capacity, which was associ-

ated with a switch to fatty acid oxidation (FAO) and correlated with hemodynamic changes

[15]. Thus, dysregulation of mitochondrial metabolism represents a key feature in the pathobi-

ology of Group 1 PAH. However, it has not been firmly established whether the mitochondrial

dysfunction seen in Group 1 PAH is common to other PH subgroups and therefore could rep-

resent a common mechanistic link in all types of PH.

Far more prevalent than Group 1 disease, Group 2 PH is an increasingly recognized cause

of morbidity and mortality, particularly in patients with the metabolic syndrome, which is

characterized by obesity, insulin resistance, systemic hypertension, and dyslipidemia [16–

18]. Some of these patients go on to develop heart failure with preserved ejection fraction

and associated PH (HFpEF-PH) [19, 20]. Currently there is no FDA-approved treatment

for Group 2 PH [21], highlighting an unmet need for a growing population. Recently, our

group showed hemodynamic improvements in patients with Groups 1 and 2 PH following

treatment with inhaled nitrite, a potent vasodilator, which has also been shown to regulate

mitochondrial function [22]. Notably, nitrite treatment mediated greater hemodynamic

responses in Group 2 patients compared to Group 1 PAH patients. Specifically, Group 2

patients showed a greater decrease in right atrial pressure (RAP), pulmonary capillary

wedge pressure (PCWP), right ventricular (RV), and pulmonary artery (PA) pressures as

well as increased pulmonary capillary compliance. Given our previous finding that altered

platelet bioenergetics correlate with Group 1 PAH hemodynamics, we sought to determine

1) whether platelets from Group 2 PH patients would also show alterations in platelet

bioenergetics compared to healthy individuals, 2) whether these differences would be

identical to those observed in Group 1 PH, and 2) whether the differences in hemodynamic

responses after nitrite treatment would translate to differential platelet mitochondrial

responses.
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Materials and methods

Study population

The PH groups consisted of patients classified as WHO Group 2, based on [1], who partici-

pated in the clinical trial “A Dose Escalation Study to Evaluate the Effect of Inhaled Nitrite on

Cardiopulmonary Hemodynamics in Subjects With Pulmonary Hypertension” (ClinicalTrials.

gov Identifier: NCT01431313) conducted at the University of Pittsburgh Medical Center [22].

The control group consisted of healthy age and gender matched subjects without known car-

diopulmonary or hematologic disease. In the PH groups, hemodynamic parameters were

derived from right heart catheterization performed on the same day as platelet bioenergetic

assessment. The protocol for administration of inhaled nitrite to PH subjects is described in

[22].

Platelet isolation

Platelets were isolated by differential centrifugation and number quantified as previously

described [23, 24]. Briefly, venous blood was collected in citrate by standard venipuncture.

Whole blood was centrifuged (150g; 10 min) in the presence of PGI2 (1 μg/mL) to obtain plate-

let-rich plasma (PRP). Platelets were pelleted from PRP by centrifugation (1500g; 10 min),

washed in erythrocyte lysis buffer containing PGI2, then resuspended in modified Tyrode’s

buffer (20 mmol/L HEPES, 128 mmol/L NaCl, 12 mmol/L bicarbonate, 0.4 mmol/L NaH2PO2,

5 mmol/L glucose, 1 mmol/L MgCl2, 2.8 mmol/L KCl, pH 7.4). CD41a expression measured

by flow cytometry was used to confirm that platelets were>99% pure.

Measurement of platelet bioenergetics

Oxygen consumption rate (OCR) and extracellular acidification rate (ECAR) were measured

in isolated platelets (50 x 106/well) by extracellular flux analysis (XF24, Seahorse Biosciences,

Billerica, MA) as previously described [23]. After measurement of basal OCR, OCR due to pro-

ton leak was determined by oligomycin A (2.5 μmol/L) treatment. Maximal uncoupled OCR

was measured by the addition of the uncoupler carbonyl cyanide p-(trifluoro-methoxy) phe-

nyl-hydrazone (FCCP; 0.7 μmol/L). Non-mitochondrial OCR (defined as the oxygen con-

sumption rate of all cellular processes excluding mitochondrial respiration) was measured

in the presence of rotenone (10 μmol/L). In a subset of samples, etomoxir (200 μmol/L) was

added to quantify FAO-dependent OCR and 2-deoxyglucose (2-DG, 100 mmol/L) was added

to quantify the glucose-oxidation-dependent OCR. Glycolytic rate was calculated by determin-

ing extracellular acidification rate (ECAR).

Mitochondrial ROS generation

Platelets were incubated with MitoSOX (Invitrogen, Carlsbad, CA; 5 μM, 10 minutes). Fluores-

cent intensity was measured kinetically at 510/580 nm.

Platelet activation

Platelet activation was performed as previously described [23]. Platelets were incubated with

phycoerythrin (PE)-labeled mouse anti-human CD41a antibody and allophycocyanin (APC)-

labeled mouse and antihuman CD62 antibody (30 min, 25˚C) to measure surface p-selectin

expression by flow cytometry (LSRFortessa with FASCDiva software; Becton Dickinson).

Platelets were identified by their characteristic light scatter and CD41a antibody binding.

Activated platelets are represented as percentage of 10,000 CD41a+ platelets exhibiting

APC-CD62P fluorescence.

Altered platelet bioenergetics in PH-HFpEF
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Mitochondrial enzyme expression

Mitochondrial protein expression was measured by Western blot as previously described [23].

Integrin αIIβ antibody (sc-166599) was purchased from Santa Cruz Biotech, Dallas, TX. Anti-

bodies for pyruvate dehydrogenase kinase 1 (PDK1 ab110335) and carnitine palmitoyltransfer-

ase-1 (CPT1 ab128568) were purchased from Abcam, Cambridge, MA.

ETC complex and carnitine palmitoyltransferase-1 (CPT1) activities

Following several cycles of freeze/thaw, CPT1 activity of isolated platelets was determined by

spectrophotometrically monitoring the generation of CoA-SH from 100 μM palmitoyl-CoA in

the presence of 5 mM L-carnitine and 200 μM 5,5’-dinitro-bis-(2-nitrobenzoic acid) (DTNB)

at an absorbance of 412 nm, as adapted from [25]. Enzymatic activity of complexes I, II, IV,

and citrate synthase was spectrophotometrically measured as previously described [26].

Statistics

Statistics were performed on Graphpad Prism 8.0 (La Jolla, CA) and IBM SPSS 24 (Armonk,

NY). Data were compared by Student t-test or analysis of variance (ANOVA) where appropri-

ate. Correlations were determined by 2-tailed Pearson’s correlation and linear regression anal-

ysis with 95% confidence interval. P< 0.05 was considered significant.

Study approval

This study was approved by the Institutional Review Board of the University of Pittsburgh

Medical Center (UPMC), and written informed consent was obtained from all subjects.

Results

Platelets from Group 2 PH patients exhibit altered mitochondrial

bioenergetics and enzymatic activity

We compared bioenergetics in platelets isolated from Group 2 HFpEF-PH patients (n = 20)

with those from age- and gender- matched healthy control subjects (n = 20, Table 1). Measure-

ment of platelet extracellular acidification rate (ECAR) showed that platelets from Group 2 PH

subjects had no change in basal glycolytic rate compared to healthy controls (5.19 ± 0.66 vs.

4.75 ± 0.65 mpH/min, p = 0.64, Fig 1A). We next determined whether Group 2 PH patients

showed changes in mitochondrial function by measuring the platelet oxygen consumption

rate (OCR; Fig 1B and 1C). After correction for the non-mitochondrial OCR (subtraction of

the rotenone-insensitive OCR), Group 2 PH platelets showed no significant difference com-

pared to healthy controls in basal OCR (91.0 ± 6.66 vs. 89.2 ± 8.3 pmol/min, p = 0.9, Fig 1C)

or proton leak (2.41 ± 3.56 vs. 0.56 ± 3.10 pmol O2/min, p = 0.9, Fig 1C). However, maximal

OCR as well as reserve respiratory capacity (maximal—basal OCR) were significantly

increased compared to controls (234.9 ± 31.9 vs. 147.8 ± 14.1 pmol O2/min, p<0.001 for max-

imal OCR; 143.9 ± 28.6 vs. 72.9 ± 23.3 pmol O2/min, p<0.01 for reserve OCR, Fig 1C). Nota-

bly, despite these differences in bioenergetics, no significant difference was observed between

Group 2 PH platelets and healthy controls with respect to mitochondrial oxidant production

(1.27 ± 0.2-fold vs. controls, p = 0.38, Fig 1D) or platelet activation as measured by surface p-

selectin expression (15.7 ± 4.0% vs 25.8 ± 4.9% activated in controls, p = 0.12, Fig 1E). To

determine whether mitochondrial enzymatic activity was increased in Group 2 PH platelets,

we next examined the activities of electron transport chain (ETC) complexes (Fig 1F).

Complex I activity was significantly lower in Group 2 PH platelets compared to control

Altered platelet bioenergetics in PH-HFpEF
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(0.57 ± 0.01-fold vs control, p = 0.013, Fig 1F). While it did not reach statistical significance,

there was a trend to increased complex II activity, which was 2.35 ± 0.59-fold increased in

Group 2 PH platelets compared to controls (p = 0.09, Fig 1F). Citrate synthase activity was

unchanged in Group 2 PH platelets compared to controls, reflecting no significant differences

in mitochondrial numbers (Fig 1F).

Since we previously demonstrated that fatty acid oxidation (FAO) underlies the increase in

maximal OCR in Group 1 PH platelets and complex II increases are often indicative of a sub-

strate switch, we next sought to determine the contribution of FAO to maximal OCR in the

Group 2 subjects. A subset of Group 2 PH platelets was treated with etomoxir (200 μmol/L),

which inhibits carnitine palmitoyl transferase 1 (CPT1), a key regulating enzyme for FAO,

prior to measurement of maximal OCR. Treatment of Group 2 PH platelets with etomoxir sig-

nificantly diminished the maximal OCR (99.4 ± 23.4 vs. 192.1 ± 35.6 pmol O2/min without

etomoxir, p = 0.013, Fig 2A), suggesting that FAO contributed to the enhanced respiratory

capacity, similar to what we previously observed in Group 1 PAH platelets. Additionally,

the same platelets were treated with 2-deoxyglucose (2DG; 100 mmol/L) to inhibit glycolysis

prior to measuring the contribution of glucose oxidation to maximal OCR. The small but sig-

nificant decrease in maximal OCR in the presence of 2DG demonstrated that glucose oxida-

tion also contributed to Group 2 PH platelet maximal OCR, albeit to a lesser degree than FAO

Table 1. Clinical characteristics of subjects.

Control

(n = 20)

Group 2 PH

(n = 20)

Gender (% female) 50 50

Age (years) 69.4 (17.6) 69 (7.4)

BMI (kg/m2) 39.4 ± 10.7

Comorbidities (%)

Diabetes 13 (65)

Systemic Hypertension 17 (85)

Medication Use (%)

PDE5i 2 (10)

ERA 0 (0)

Prostacyclin 0 (0)

Aspirin 11 (55)

Metformin 5 (25)

Sulfonylurea 4 (20)

Insulin 10 (50)

Baseline Hemodynamics

RAP (mm Hg) 12.2 ± 4.7

mPAP (mm Hg) 38.5 ± 8.0

PCWP (mm Hg) 20.1 ± 4.6

CO (L/min) 5.6 ± 1.9

CI (L/min/m2) 2.6 ± 0.9

PVR (WU) 3.8 ± 2.7

RV SWI (g-m/m2/beat) 14.56 ± 5.1

Data are mean ± SD. PDE5i: phosphodiesterase 5 inhibitor; ERA: endothelin receptor agonist; RAP: right atrial

pressure; mPAP: mean pulmonary artery pressure; PCWP: pulmonary capillary wedge pressure; CO: cardiac output

by thermodilution; CI: cardiac index; PVR: pulmonary vascular resistance; WU: Wood units; RV SWI: right

ventricular stroke work index.

https://doi.org/10.1371/journal.pone.0220490.t001
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(138.7 ± 29.2 vs. 192.1 ± 35.6 pmol/min without 2DG, p = 0.022, Fig 2A). To determine the

mechanism of increased FAO, we next examined CPT1 expression and activity. However,

unlike Group 1 PH platelets, Group 2 PH platelets showed no significant change in protein

expression (Fig 2B and 2C) nor the enzymatic activity of CPT1 (1.18 ± 0.17-fold vs. controls,

p = 0.78, Fig 2D). Protein expression of pyruvate dehydrogenase kinase 1 (PDK1), which regu-

lates entry of glucose toward oxidative phosphorylation, was also unchanged in Group 2 PH

platelets (Fig 2B and 2E).

Group 2 PH platelet bioenergetics correlate with RV dysfunction

We previously showed a significant positive correlation in Group 1 PAH patients between

platelet reserve OCR and more severe hemodynamic derangements, including mean pulmo-

nary artery pressure (mPAP), pulmonary vascular resistance (PVR), and RV stroke work

Fig 1. Platelets from Group 2 PH patients exhibit altered mitochondrial bioenergetics. (A) Basal glycolytic rate, measured by ECAR in control (n = 20)

and Group 2 PH (n = 20) subjects. (B) Representative platelet OCR profiles from a healthy control subject and a patient with Group 2 PH. (C)

Quantification of individual components of the platelet OCR profile in control (n = 20) and Group 2 PH (n = 20) subjects. (D) Mitochondrial superoxide

production, measured by MitoSOX fluorescence, in control (n = 12) and Group 2 PH (n = 17) platelets. (E) % activated platelets, as measured by CD62

positivity, in control (n = 11) and Group 2 PH (n = 10) subjects. (F) Enzymatic activity (fold change of control) of mitochondrial complexes (Cx) I, II, IV,

and citrate synthase (CS) from control (n = 5–7) and Group 2 PH (n = 5–11) subjects. Data are mean ± SEM. Unpaired 2-tailed t-test was used to compare

groups.���p< 0.001, ��p< 0.01, #p< 0.1.

https://doi.org/10.1371/journal.pone.0220490.g001
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index (RV SWI). Compared to our Group 1 PAH cohort, Group 2 PH is hemodynamically

characterized by more modest elevations in PVR (Table 1, [15]). In accordance, Pearson’s cor-

relation did not yield significant associations between Group 2 PH platelet reserve OCR and

patient PVR (r = -0.39, p = 0.17, Fig 3A) nor mPAP (r = -0.23, p = 0.42, Fig 3B). Interestingly,

Fig 2. Fatty acid and glucose oxidation contribute to enhanced OCR in Group 2 PH Platelets. (A) Maximal OCR in platelets from Group 2 PH

subjects (n = 6) untreated and treated with etomoxir or 2-deoxyglucose (2DG). Paired 2-tailed t-test was used to compare groups. (B) Representative

western blots for integrin αIIβ, CPT1, and PDK1 in platelets from control and Group 2 PH subjects. (C) Quantification of CPT1/integrin αIIβ
protein expression in platelets from control (n = 4) and Group 2 PH (n = 4) patients. Data are mean ± SEM. Unpaired 2-tailed t-test used to compare

groups. (D) Enzymatic activity of platelet CPT1 in control (n = 9) and Group 2 PH (n = 11) subjects. Data are mean ± SEM. Unpaired 2-tailed t-test

used to compare groups. (E) Quantification of PDK1/integrin αIIβ protein expression in platelets from control (n = 4) and Group 2 PH (n = 4)

patients. Data are mean ± SEM. Unpaired 2-tailed t-test was used to compare groups. �p< 0.05.

https://doi.org/10.1371/journal.pone.0220490.g002

Altered platelet bioenergetics in PH-HFpEF

PLOS ONE | https://doi.org/10.1371/journal.pone.0220490 July 31, 2019 7 / 16

https://doi.org/10.1371/journal.pone.0220490.g002
https://doi.org/10.1371/journal.pone.0220490


there was a significant negative correlation between RV SWI and platelet reserve respiration

(r = -0.66, p = 0.02, Fig 3C) in Group 2 PH patients.

Many patients with PH-HFpEF show characteristics of metabolic syndrome. Thus, we next

determined whether altered platelet bioenergetics were associated with obesity and diabetes.

While it did not reach statistical significance, there was a trend toward BMI correlation with

reserve OCR (Pearson r = 0.49, p = 0.076, Fig 3D). When reserve OCR was stratified by

the presence of diabetes, reserve OCR was higher in diabetic subjects compared to non-

diabetic Group 2 PH subjects, though this was not statistically significant, (185.9 ± 28.1 vs

92.81 ± 36.69 pmol/min, p = 0.069, Fig 3E). Notably, a number of Group 2 PH subjects

were treated with diabetic medications (Table 1), which may affect cellular metabolism. By

Fig 3. Group 2 PH platelet bioenergetics correlates with RV dysfunction. Pearson’s correlation of platelet reserve oxygen consumption rate

with (A) pulmonary vascular resistance (PVR), (B) mean pulmonary artery pressure (mPAP), (C) right ventricular stroke work index (RV

SWI), (D) body mass index (BMI). (E) Platelet reserve oxygen consumption rate in subject with and without diabetes mellitus (DM). Data are

mean ± SEM. Unpaired 2-tailed t-test used to compare groups, #p< 0.1.

https://doi.org/10.1371/journal.pone.0220490.g003
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univariate regression, we did not find reserve OCR to be significantly influenced by the use of

insulin (β = 0.38, p = 0.15), metformin (β = 0.110, p = 0.68), sulfonylureas (β = -0.09, p = 0.73),

nor sitagliptin (β = -0.12, p = 0.67).

HFpEF-PH patients span a hemodynamic continuum encompassing those with isolated

post-capillary PH (PVR� 3 Wood units) and those who exhibit pre-capillary features (com-

bined post- and pre-capillary PH, PVR> 3 Wood units) [21]. To determine whether platelet

metabolism profiles can distinguish between patients with post-capillary PH and combined

post- and pre-capillary PH, we stratified platelet mitochondrial parameters by PVR. Compared

to those with PVR� 3 Wood units (n = 10), platelets from patients with PVR< 3 Wood units

(n = 10) did not significantly differ by basal OCR, maximal OCR, ECAR, or ROS production

(Table 2).

Nitrite does not affect Group 2 PH platelet respiration

Inhaled sodium nitrite was shown to improve hemodynamic parameters in Group 2

HFpEF-PH patients, specifically decrease in right atrial pressure (RAP), pulmonary capillary

wedge pressure (PCWP), right ventricular (RV), and pulmonary artery (PA) pressures as

well as pulmonary capillary compliance [22]. To determine whether a bioenergetic correlate

accompanied these hemodynamic changes, platelet metabolism was measured in Group 2 PH

patients at baseline and following 45 mg and 90 mg of inhaled sodium nitrite. Nitrite adminis-

tration was not associated with a change any parameter of OCR in Group 2 PH patients

(Fig 4A).

Comparison of ETC enzyme activities in Group 2 PH platelets at baseline and following 45

mg and 90 mg nitrite respectively revealed a 2.24 ± 0.26-fold and 1.86 ± 0.47-fold increase in

complex I activity (p = 0.012, Fig 4B) and a 1.55 ± 0.1-fold and 1.41 ± 0.22-fold increase in

complex II activity (p = 0.006, Fig 4B). There was a trend toward increased CPT1 enzyme

activity after nitrite (1.24 ± 0.18-fold in 45 mg and 1.23 ± 0.11-fold in 90 mg compared to base-

line, p = 0.17, Fig 4C). Platelet activation was not significantly altered in Group 2 PH platelets

following nitrite inhalation (p = 0.84, Fig 4D).

Discussion

The primary goal of this study was to determine whether platelets from subjects with Group 2

HFpEF-PH display bioenergetic changes compared to healthy subjects and whether these

alterations are identical to those of Group 1 PH. We demonstrate that unlike Group 1 PH,

platelets from Group 2 PH patients do not show a change in glycolytic rate compared to

healthy controls. However, they did show a significant increase in maximal respiratory

capacity similar to Group 1 subjects. Notably, this enhanced maximal respiration negatively

Table 2. Degree of precapillary PH does not affect WHO Group 2 PH platelet bioenergetics.

Pc-PH

(PVR� 3 WU)

CPC-PH

(PVR > 3 WU)

p-value

Basal OCR (pmol/min) 92.1 ± 5.58 91.1 ± 11.58 0.94

Maximal OCR (pmol/min) 264.3 ± 37.7 228.7 ± 41.4 0.53

ECAR (mpH/min) 5.84 ± 0.80 4.99 ± 0.99 0.51

Reserve OCR (pmol/min) 172.2 ± 35.3 137.6 ± 34.3 0.49

MitoSOX (FL/min/mg) 0.044 ± 0.008 0.069 ± 0.02 0.18

Comparison of platelet bioenergetics in patients with isolated post-capillary PH (Pc-PH, defined by PVR� 3 WU, n = 10) and combined pre- and post-capillary PH

(Cpc-PH, defined by PVR > 3 WU), n = 10. Data are mean ± SEM. Unpaired 2-tailed t-test was used to compare groups.

https://doi.org/10.1371/journal.pone.0220490.t002
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Fig 4. Nitrite does not affect Group 2 PH platelet respiration. (A) Quantification of individual components of the

platelet OCR profile in Group 2 PH patients (n = 16) at baseline and after inhaled nitrite. Data are mean ± SEM. (B)

Enzymatic activity (fold change of control) of mitochondrial complexes (Cx) I, II, IV, and citrate synthase (CS) from

Group 2 PH platelets (n = 6–12) at baseline and after inhaled nitrite. Data are mean ± SEM. One-way ANOVA was

used to compare groups. (C) Enzymatic activity of CPT1 in Group 2 PH platelets (n = 9) at baseline and after inhaled

nitrite. (D) Platelet activation, as measured by CD62 positivity in Group 2 PH platelets (n = 17) at baseline and after

inhaled nitrite. One-way ANOVA was used to compare groups. #p< 0.1, �p< 0.05, ��p< 0.01.

https://doi.org/10.1371/journal.pone.0220490.g004
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correlated with patient RV hemodynamics. Further, despite hemodynamic improvement

following inhaled nitrite administration in Group 2 PH patients, platelet respiration was

unchanged by nitrite.

We previously demonstrated that platelets from patients with WHO Group 1 PAH demon-

strated increased basal glycolytic rate and enhanced mitochondrial respiratory reserve, which

was supported by increased FAO. Furthermore, others have shown enhanced glycolysis in

HFpEF myocardium [27]. Here we observe that WHO Group 2 HFpEF-PH platelets showed

enhanced platelet maximal OCR similar to Group 1, which was significantly attenuated by the

inhibition of FAO, but no change in glycolytic rate compared to healthy controls. The lack of

increased glycolysis in Group 2 platelets suggest a divergence between the metabolic dysfunc-

tion in Group 1 versus Group 2 PH and could be due to a number of etiological differences

between the groups. For example, a major difference between these groups is the older age of

Group 2 patients (Table 1). Aging has been associated with increased glycolytic rate in a num-

ber of tissues [28–31], thus it is possible that glycolysis is already significantly increased to a

maximal level in the healthy age-matched controls, obscuring the difference between controls

and Group 2 PH.

Interestingly, platelets from both Group 1 and Group 2 PH subjects showed an increase in

maximal respiratory capacity that is attenuated by FAO inhibition. While Group 1 PAH plate-

lets also showed an increase in the activity and expression of CPT1 [15], which facilitates fatty

acid transport into the mitochondrion, this was not observed in Group 2 platelets. It is possible

that Group 2 subjects, due to their potential higher degree of adiposity, may already have maxi-

mized fatty acid transport into the mitochondrion and increased FAO is mediated by increases

in downstream beta oxidation enzymes. Future studies will investigate the FAO pathway in

these subjects in more detail. Notably, in other cell types, increased respiratory capacity has

been associated with resistance to oxidative stress and apoptosis [32]. This may have mechanis-

tic implications in pulmonary vascular smooth muscle and endothelial cells for the pathogene-

sis of PH if these cell types show parallel changes in bioenergetics to platelets. While we did

not explicitly investigate whether platelet bioenergetics parallel other vascular cell function in

this study, prior work by our lab has shown that human platelets may serve as a bioenergetic

surrogate for airway cells [33]. More study in both human and animal models is ongoing to

clarify this point in Group 2 PH.

In a prior report, we showed that platelets from patients with Group 1 PAH had increased

mitochondrial respiratory capacity which paralleled PAH hemodynamic severity, as indicated

by higher mPAP, PVR, and RV SWI [15]. Altered platelet mitochondrial function can be

hypothesized to develop as platelets are subjected to the hemodynamic derangements within

the pulmonary circulation. Based on this hypothesis, we anticipated that Group 2 PH platelets

would exhibit more pronounced mitochondrial alterations with increasingly severe hemody-

namics. Like Group 1 PAH platelets, Group 2 PH platelets also displayed enhanced respiratory

reserve compared to controls. However, we found no correlation between mPAP or PVR with

Group 2 PH platelet reserve mitochondrial respiratory capacity, and no bioenergetic differ-

ences between isolated post-capillary PH platelets and combined post and pre-capillary PH

platelets. Thus, we concluded that factors beyond pulmonary vascular hemodynamics likely

influence platelet mitochondrial function in PH.

Because the different WHO classes of PH represent distinct disease states, platelet biology

within each group may also be unique. While exact role of platelets in the pathogenesis of

Group 1 PAH is not fully elucidated, aberrant signaling is known to occur in PAH between

platelets and other cells within the pulmonary vasculature producing vasoconstriction, vascu-

lar remodeling, and thrombosis [34–36]. Hence, abnormal platelet bioenergetics in Group 1

PAH likely reflect intrinsic platelet dysfunction specific to this disease state which becomes
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more pronounced as PAH progresses. By contrast, WHO Group 2 patients are classically

thought to develop elevated pulmonary pressures secondary to passive pulmonary venous

congestion from left heart dysfunction. In addition to left heart disease, as exemplified by our

cohort (Table 1), HFpEF patients have other significant underlying systemic disease, including

obesity, hypertension, and diabetes, all of which are linked to platelet dysfunction [37–39] as

well as systemic metabolic dysregulation [40, 41]. Thus, our finding of enhanced respiratory

capacity in HFpEF-PH platelets likely reflects the convergence of multiple signals upon the

platelet to produce a change in mitochondrial function.

RV function is an important predictor of outcomes in WHO Group 1 PAH [42, 43] as well

as in left heart failure with reduced and preserved ejection fraction [44–46]. We previously

found Group 1 PAH platelet metabolism to be associated with increased RV SWI, a measure

of RV work and contractility which is decreased in PAH patients with poor outcomes [47]

and improves in PAH patients treated with prostanoids [48]. In PAH, the increase in platelet

metabolism paralleled other hemodynamic parameters of PAH severity and therefore was

expected to track with increasing RV SWI as the RV compensates for higher workload.

Because Group 2 PH pulmonary vascular hemodynamics did not correlate with platelet mito-

chondrial respiration, we did not anticipate an association between RV function and platelet

metabolism. However, we were surprised to find a negative association between Group 2 PH

RV SWI and platelet OCR wherein patients with lower RV work and contractility had greater

aberration in platelet mitochondrial respiration. We therefore speculated that, in Group 2 PH,

the apparent changes in platelet metabolism could reflect a disease state that is associated with

RV dysfunction. Indeed, patients with HFpEF-PH have features of the metabolic syndrome

such as insulin resistance and obesity (Table 2), which are associated with systemic inflamma-

tory and neurohormonal dysregulation [49–51], which, in turn, promote intrinsic myocardial

dysfunction [52]. Consequently, RV dysfunction in HFpEF-PH arises not just from increased

pulmonary vascular load, but also from intrinsic cardiomyopathy in the setting of the meta-

bolic syndrome. Aberrations in platelet activation and hemostasis are well described in the

metabolic syndrome [37, 39], but to our knowledge, platelet bioenergetics have not been stud-

ied specifically in this context. We demonstrated that diabetic subjects tended to have higher

platelet reserve OCR (Fig 3E), thus linking platelet metabolism to diabetes and insulin resis-

tance, key features of the metabolic syndrome. We additionally found that obesity, another

key feature of the metabolic syndrome, tended to correlate with increased platelet respiration

(Fig 3D). Although not reaching statistical significance, likely due to underpower, these data

suggest that the metabolic syndrome may contribute to altered platelet bioenergetics in this

cohort.

Nitrite is a potent hypoxic vasodilator that mediates its effect through its reduction to

nitric oxide (NO) and has also been shown to attenuate development of HFpEF in animal

models through the activation of AMP kinase [53]. A major finding of this study was that

nitrite produced no change in WHO Group 2 PH platelet bioenergetics despite alterations

in hemodynamics in these patients. These data corroborate the fact that in Group 2 PH

patients platelet respiration showed no association with hemodynamic measures such as

mPAP, arguing further that the mitochondrial changes in Group 2 PH are likely not

completely secondary to hemodynamic changes. However, acute nitrite or pure NO during

hypoxia are known to inhibit mitochondrial respiration through its binding to complex IV

(cytochrome c oxidase) [26, 54]. Thus, it is surprising that nitrite had no effect on platelet

respiration. Others have shown that platelets from patients with heart disease including

HFpEF, exhibit resistance to NO’s inhibitory effect on platelet hyperactivation and aggrega-

tion [55–58]. In patients with heart disease, platelet NO resistance is postulated to arise from

NO scavenging by superoxide [59] or impaired sGC function [60, 61] and, interestingly, is
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associated with poor outcomes [62]. Platelet NO resistance may therefore provide an addi-

tional explanation for the unchanged platelet mitochondrial respiration in nitrite-treated

HFpEF-PH patients despite an apparent hemodynamic effect within the blood vessels.

Conclusions

Here we show that platelets from Group 2 PH patients demonstrate an alteration in bioener-

getics compared to healthy controls. This alteration is characterized by an increase in respira-

tory capacity, similar to Group 1 PH subjects, but not by an increase in glycolysis. Further,

nitrite, a potent modulator of hemodynamics, did not have any effect on platelet mitochon-

drial respiration. These data start to distinguish the metabolic phenotypes of Group 1 and

Group 2 PH and may have important implications for delineating the hemodynamic versus

non-hemodynamic modulation of mitochondrial function.

Author Contributions

Conceptualization: Quyen L. Nguyen, Marc A. Simon, Sruti Shiva.

Data curation: Quyen L. Nguyen, Yinna Wang, Nicole Helbling, Marc A. Simon, Sruti Shiva.

Formal analysis: Quyen L. Nguyen, Marc A. Simon, Sruti Shiva.

Funding acquisition: Quyen L. Nguyen, Marc A. Simon.

Investigation: Quyen L. Nguyen, Yinna Wang, Nicole Helbling, Marc A. Simon, Sruti Shiva.

Methodology: Quyen L. Nguyen, Yinna Wang, Nicole Helbling, Marc A. Simon, Sruti Shiva.

Project administration: Quyen L. Nguyen, Marc A. Simon, Sruti Shiva.

Resources: Marc A. Simon, Sruti Shiva.

Software: Sruti Shiva.

Supervision: Marc A. Simon, Sruti Shiva.

Validation: Quyen L. Nguyen, Yinna Wang, Marc A. Simon, Sruti Shiva.

Visualization: Quyen L. Nguyen, Marc A. Simon, Sruti Shiva.

Writing – original draft: Quyen L. Nguyen, Sruti Shiva.

Writing – review & editing: Quyen L. Nguyen, Marc A. Simon, Sruti Shiva.

References
1. Galie N, Simonneau G. The Fifth World Symposium on Pulmonary Hypertension. J Am Coll Cardiol.

2013; 62(25 Suppl):D1–3. https://doi.org/10.1016/j.jacc.2013.10.030 PMID: 24355633.

2. Freund-Michel V, Khoyrattee N, Savineau JP, Muller B, Guibert C. Mitochondria: roles in pulmonary

hypertension. Int J Biochem Cell Biol. 2014; 55:93–7. https://doi.org/10.1016/j.biocel.2014.08.012

PMID: 25149415.

3. Paulin R, Michelakis ED. The metabolic theory of pulmonary arterial hypertension. Circ Res. 2014; 115

(1):148–64. https://doi.org/10.1161/CIRCRESAHA.115.301130 PMID: 24951764.

4. Sutendra G, Bonnet S, Rochefort G, Haromy A, Folmes KD, Lopaschuk GD, et al. Fatty acid oxidation

and malonyl-CoA decarboxylase in the vascular remodeling of pulmonary hypertension. Sci Transl

Med. 2010; 2(44):44ra58. https://doi.org/10.1126/scitranslmed.3001327 PMID: 20702857.

5. Xu W, Koeck T, Lara AR, Neumann D, DiFilippo FP, Koo M, et al. Alterations of cellular bioenergetics in

pulmonary artery endothelial cells. Proc Natl Acad Sci U S A. 2007; 104(4):1342–7. https://doi.org/10.

1073/pnas.0605080104 PMID: 17227868.

6. Dromparis P, Sutendra G, Michelakis ED. The role of mitochondria in pulmonary vascular remodeling. J

Mol Med (Berl). 2010; 88(10):1003–10. https://doi.org/10.1007/s00109-010-0670-x PMID: 20734021.

Altered platelet bioenergetics in PH-HFpEF

PLOS ONE | https://doi.org/10.1371/journal.pone.0220490 July 31, 2019 13 / 16

https://doi.org/10.1016/j.jacc.2013.10.030
http://www.ncbi.nlm.nih.gov/pubmed/24355633
https://doi.org/10.1016/j.biocel.2014.08.012
http://www.ncbi.nlm.nih.gov/pubmed/25149415
https://doi.org/10.1161/CIRCRESAHA.115.301130
http://www.ncbi.nlm.nih.gov/pubmed/24951764
https://doi.org/10.1126/scitranslmed.3001327
http://www.ncbi.nlm.nih.gov/pubmed/20702857
https://doi.org/10.1073/pnas.0605080104
https://doi.org/10.1073/pnas.0605080104
http://www.ncbi.nlm.nih.gov/pubmed/17227868
https://doi.org/10.1007/s00109-010-0670-x
http://www.ncbi.nlm.nih.gov/pubmed/20734021
https://doi.org/10.1371/journal.pone.0220490


7. McMurtry MS, Bonnet S, Wu X, Dyck JR, Haromy A, Hashimoto K, et al. Dichloroacetate prevents and

reverses pulmonary hypertension by inducing pulmonary artery smooth muscle cell apoptosis. Circ

Res. 2004; 95(8):830–40. https://doi.org/10.1161/01.RES.0000145360.16770.9f PMID: 15375007.

8. Bonnet S, Michelakis ED, Porter CJ, Andrade-Navarro MA, Thebaud B, Bonnet S, et al. An abnormal

mitochondrial-hypoxia inducible factor-1alpha-Kv channel pathway disrupts oxygen sensing and trig-

gers pulmonary arterial hypertension in fawn hooded rats: similarities to human pulmonary arterial

hypertension. Circulation. 2006; 113(22):2630–41. https://doi.org/10.1161/CIRCULATIONAHA.105.

609008 PMID: 16735674.

9. Gomez-Arroyo J, Mizuno S, Szczepanek K, Van Tassell B, Natarajan R, dos Remedios CG, et al. Meta-

bolic gene remodeling and mitochondrial dysfunction in failing right ventricular hypertrophy secondary

to pulmonary arterial hypertension. Circ Heart Fail. 2013; 6(1):136–44. https://doi.org/10.1161/

CIRCHEARTFAILURE.111.966127 PMID: 23152488.

10. Graham BB, Kumar R, Mickael C, Sanders L, Gebreab L, Huber KM, et al. Severe pulmonary hyperten-

sion is associated with altered right ventricle metabolic substrate uptake. Am J Physiol Lung Cell Mol

Physiol. 2015; 309(5):L435–40. https://doi.org/10.1152/ajplung.00169.2015 PMID: 26115672.

11. Fang YH, Piao L, Hong Z, Toth PT, Marsboom G, Bache-Wiig P, et al. Therapeutic inhibition of fatty

acid oxidation in right ventricular hypertrophy: exploiting Randle’s cycle. J Mol Med (Berl). 2012; 90

(1):31–43. https://doi.org/10.1007/s00109-011-0804-9 PMID: 21874543.

12. Piao L, Fang YH, Cadete VJ, Wietholt C, Urboniene D, Toth PT, et al. The inhibition of pyruvate dehy-

drogenase kinase improves impaired cardiac function and electrical remodeling in two models of right

ventricular hypertrophy: resuscitating the hibernating right ventricle. J Mol Med (Berl). 2010; 88(1):47–

60. https://doi.org/10.1007/s00109-009-0524-6 PMID: 19949938.

13. Sutendra G, Dromparis P, Paulin R, Zervopoulos S, Haromy A, Nagendran J, et al. A metabolic remod-

eling in right ventricular hypertrophy is associated with decreased angiogenesis and a transition from a

compensated to a decompensated state in pulmonary hypertension. J Mol Med (Berl). 2013; 91

(11):1315–27. https://doi.org/10.1007/s00109-013-1059-4 PMID: 23846254.

14. Redout EM, Wagner MJ, Zuidwijk MJ, Boer C, Musters RJ, van Hardeveld C, et al. Right-ventricular fail-

ure is associated with increased mitochondrial complex II activity and production of reactive oxygen

species. Cardiovasc Res. 2007; 75(4):770–81. https://doi.org/10.1016/j.cardiores.2007.05.012 PMID:

17582388.

15. Nguyen QL, Corey C, White P, Watson A, Gladwin MT, Simon MA, et al. Platelets from pulmonary

hypertension patients show increased mitochondrial reserve capacity. JCI Insight. 2017; 2(5):e91415.

https://doi.org/10.1172/jci.insight.91415 PMID: 28289721 exists.

16. Guazzi M, Borlaug BA. Pulmonary hypertension due to left heart disease. Circulation. 2012; 126

(8):975–90. https://doi.org/10.1161/CIRCULATIONAHA.111.085761 PMID: 22908015.

17. Lam CS, Donal E, Kraigher-Krainer E, Vasan RS. Epidemiology and clinical course of heart failure with

preserved ejection fraction. Eur J Heart Fail. 2011; 13(1):18–28. https://doi.org/10.1093/eurjhf/hfq121

PMID: 20685685.

18. Grundy SM, Brewer HB Jr., Cleeman JI, Smith SC Jr., Lenfant C, American Heart A, et al. Definition of

metabolic syndrome: Report of the National Heart, Lung, and Blood Institute/American Heart Associa-

tion conference on scientific issues related to definition. Circulation. 2004; 109(3):433–8. https://doi.org/

10.1161/01.CIR.0000111245.75752.C6 PMID: 14744958.

19. Perrone-Filardi P, Paolillo S, Costanzo P, Savarese G, Trimarco B, Bonow RO. The role of metabolic

syndrome in heart failure. Eur Heart J. 2015; 36(39):2630–4. https://doi.org/10.1093/eurheartj/ehv350

PMID: 26242711.

20. Vachiery JL, Adir Y, Barbera JA, Champion H, Coghlan JG, Cottin V, et al. Pulmonary hypertension due

to left heart diseases. J Am Coll Cardiol. 2013; 62(25 Suppl):D100–8. https://doi.org/10.1016/j.jacc.

2013.10.033 PMID: 24355634.

21. Galie N, Humbert M, Vachiery JL, Gibbs S, Lang I, Torbicki A, et al. 2015 ESC/ERS Guidelines for the

diagnosis and treatment of pulmonary hypertension: The Joint Task Force for the Diagnosis and Treat-

ment of Pulmonary Hypertension of the European Society of Cardiology (ESC) and the European

Respiratory Society (ERS): Endorsed by: Association for European Paediatric and Congenital Cardiol-

ogy (AEPC), International Society for Heart and Lung Transplantation (ISHLT). Eur Respir J. 2015; 46

(4):903–75. https://doi.org/10.1183/13993003.01032-2015 PMID: 26318161.

22. Simon MA, Vanderpool RR, Nouraie M, Bachman TN, White PM, Sugahara M, et al. Acute hemody-

namic effects of inhaled sodium nitrite in pulmonary hypertension associated with heart failure with pre-

served ejection fraction. JCI Insight. 2016; 1(18):e89620. https://doi.org/10.1172/jci.insight.89620

PMID: 27812547 E.L. Parsley is an employee of Mast Therapeutics, Inc. M.T. Gladwin is a coinventor

of awarded patent (number 9,387,224) for nitrite therapy for cardiovascular indications. M.T. Gladwin

receives sponsored research support for the inhaled nitrite clinical trial (note: M.T.G. does not receive

consulting fees from Mast Therapeutics).

Altered platelet bioenergetics in PH-HFpEF

PLOS ONE | https://doi.org/10.1371/journal.pone.0220490 July 31, 2019 14 / 16

https://doi.org/10.1161/01.RES.0000145360.16770.9f
http://www.ncbi.nlm.nih.gov/pubmed/15375007
https://doi.org/10.1161/CIRCULATIONAHA.105.609008
https://doi.org/10.1161/CIRCULATIONAHA.105.609008
http://www.ncbi.nlm.nih.gov/pubmed/16735674
https://doi.org/10.1161/CIRCHEARTFAILURE.111.966127
https://doi.org/10.1161/CIRCHEARTFAILURE.111.966127
http://www.ncbi.nlm.nih.gov/pubmed/23152488
https://doi.org/10.1152/ajplung.00169.2015
http://www.ncbi.nlm.nih.gov/pubmed/26115672
https://doi.org/10.1007/s00109-011-0804-9
http://www.ncbi.nlm.nih.gov/pubmed/21874543
https://doi.org/10.1007/s00109-009-0524-6
http://www.ncbi.nlm.nih.gov/pubmed/19949938
https://doi.org/10.1007/s00109-013-1059-4
http://www.ncbi.nlm.nih.gov/pubmed/23846254
https://doi.org/10.1016/j.cardiores.2007.05.012
http://www.ncbi.nlm.nih.gov/pubmed/17582388
https://doi.org/10.1172/jci.insight.91415
http://www.ncbi.nlm.nih.gov/pubmed/28289721
https://doi.org/10.1161/CIRCULATIONAHA.111.085761
http://www.ncbi.nlm.nih.gov/pubmed/22908015
https://doi.org/10.1093/eurjhf/hfq121
http://www.ncbi.nlm.nih.gov/pubmed/20685685
https://doi.org/10.1161/01.CIR.0000111245.75752.C6
https://doi.org/10.1161/01.CIR.0000111245.75752.C6
http://www.ncbi.nlm.nih.gov/pubmed/14744958
https://doi.org/10.1093/eurheartj/ehv350
http://www.ncbi.nlm.nih.gov/pubmed/26242711
https://doi.org/10.1016/j.jacc.2013.10.033
https://doi.org/10.1016/j.jacc.2013.10.033
http://www.ncbi.nlm.nih.gov/pubmed/24355634
https://doi.org/10.1183/13993003.01032-2015
http://www.ncbi.nlm.nih.gov/pubmed/26318161
https://doi.org/10.1172/jci.insight.89620
http://www.ncbi.nlm.nih.gov/pubmed/27812547
https://doi.org/10.1371/journal.pone.0220490


23. Cardenes N, Corey C, Geary L, Jain S, Zharikov S, Barge S, et al. Platelet bioenergetic screen in sickle

cell patients reveals mitochondrial complex V inhibition, which contributes to platelet activation. Blood.

2014; 123(18):2864–72. https://doi.org/10.1182/blood-2013-09-529420 PMID: 24677541.

24. Xu W, Cardenes N, Corey C, Erzurum SC, Shiva S. Platelets from Asthmatic Individuals Show Less

Reliance on Glycolysis. PLoS One. 2015; 10(7):e0132007. https://doi.org/10.1371/journal.pone.

0132007 PMID: 26147848.

25. Linher-Melville K, Zantinge S, Sanli T, Gerstein H, Tsakiridis T, Singh G. Establishing a relationship

between prolactin and altered fatty acid beta-oxidation via carnitine palmitoyl transferase 1 in breast

cancer cells. BMC Cancer. 2011; 11:56. https://doi.org/10.1186/1471-2407-11-56 PMID: 21294903.

26. Shiva S, Sack MN, Greer JJ, Duranski M, Ringwood LA, Burwell L, et al. Nitrite augments tolerance to

ischemia/reperfusion injury via the modulation of mitochondrial electron transfer. J Exp Med. 2007; 204

(9):2089–102. https://doi.org/10.1084/jem.20070198 PMID: 17682069.

27. Fillmore N, Levasseur JL, Fukushima A, Wagg CS, Wang W, Dyck JRB, et al. Uncoupling of glycolysis

from glucose oxidation accompanies the development of heart failure with preserved ejection fraction.

Mol Med. 2018; 24(1):3. https://doi.org/10.1186/s10020-018-0005-x PMID: 30134787.

28. Feng Z, Hanson RW, Berger NA, Trubitsyn A. Reprogramming of energy metabolism as a driver of

aging. Oncotarget. 2016; 7(13):15410–20. https://doi.org/10.18632/oncotarget.7645 PMID: 26919253.

29. Houtkooper RH, Argmann C, Houten SM, Canto C, Jeninga EH, Andreux PA, et al. The metabolic foot-

print of aging in mice. Sci Rep. 2011; 1:134. https://doi.org/10.1038/srep00134 PMID: 22355651.

30. Kates AM, Herrero P, Dence C, Soto P, Srinivasan M, Delano DG, et al. Impact of aging on substrate

metabolism by the human heart. J Am Coll Cardiol. 2003; 41(2):293–9. https://doi.org/10.1016/s0735-

1097(02)02714-6 PMID: 12535825.

31. Ma Y, Li J. Metabolic shifts during aging and pathology. Compr Physiol. 2015; 5(2):667–86. https://doi.

org/10.1002/cphy.c140041 PMID: 25880509.

32. Pfleger J, He M, Abdellatif M. Mitochondrial complex II is a source of the reserve respiratory capacity

that is regulated by metabolic sensors and promotes cell survival. Cell Death Dis. 2015; 6:e1835.

https://doi.org/10.1038/cddis.2015.202 PMID: 26225774.

33. Winnica D, Corey C, Mullett S, Reynolds M, Hill G, Wendell S, et al. Bioenergetic Differences in the Air-

way Epithelium of Lean Versus Obese Asthmatics Are Driven by Nitric Oxide and Reflected in Circulat-

ing Platelets. Antioxid Redox Signal. 2019. https://doi.org/10.1089/ars.2018.7627 PMID: 30608004.

34. Johnson SR, Granton JT, Mehta S. Thrombotic arteriopathy and anticoagulation in pulmonary hyper-

tension. Chest. 2006; 130(2):545–52. PMID: 16899857.

35. Crosswhite P, Sun Z. Molecular mechanisms of pulmonary arterial remodeling. Mol Med. 2014;

20:191–201. https://doi.org/10.2119/molmed.2013.00165 PMID: 24676136.

36. Zanjani KS. Platelets in pulmonary hypertension: a causative role or a simple association? Iran J

Pediatr. 2012; 22(2):145–57. PMID: 23056879.

37. Santilli F, Vazzana N, Liani R, Guagnano MT, Davi G. Platelet activation in obesity and metabolic syn-

drome. Obes Rev. 2012; 13(1):27–42. https://doi.org/10.1111/j.1467-789X.2011.00930.x PMID: 21917110.

38. Gkaliagkousi E, Passacquale G, Douma S, Zamboulis C, Ferro A. Platelet activation in essential hyper-

tension: implications for antiplatelet treatment. Am J Hypertens. 2010; 23(3):229–36. https://doi.org/10.

1038/ajh.2009.247 PMID: 20094035.

39. Suslova TE, Sitozhevskii AV, Ogurkova ON, Kravchenko ES, Kologrivova IV, Anfinogenova Y, et al.

Platelet hemostasis in patients with metabolic syndrome and type 2 diabetes mellitus: cGMP- and NO-

dependent mechanisms in the insulin-mediated platelet aggregation. Front Physiol. 2014; 5:501.

https://doi.org/10.3389/fphys.2014.00501 PMID: 25601838.

40. Lahera V, de Las Heras N, Lopez-Farre A, Manucha W, Ferder L. Role of Mitochondrial Dysfunction in

Hypertension and Obesity. Curr Hypertens Rep. 2017; 19(2):11. https://doi.org/10.1007/s11906-017-

0710-9 PMID: 28233236.

41. Montgomery MK, Turner N. Mitochondrial dysfunction and insulin resistance: an update. Endocr Con-

nect. 2015; 4(1):R1–R15. https://doi.org/10.1530/EC-14-0092 PMID: 25385852.

42. D’Alonzo GE, Barst RJ, Ayres SM, Bergofsky EH, Brundage BH, Detre KM, et al. Survival in patients

with primary pulmonary hypertension. Results from a national prospective registry. Ann Intern Med.

1991; 115(5):343–9. https://doi.org/10.7326/0003-4819-115-5-343 PMID: 1863023.

43. van de Veerdonk MC, Kind T, Marcus JT, Mauritz GJ, Heymans MW, Bogaard HJ, et al. Progressive

right ventricular dysfunction in patients with pulmonary arterial hypertension responding to therapy. J

Am Coll Cardiol. 2011; 58(24):2511–9. https://doi.org/10.1016/j.jacc.2011.06.068 PMID: 22133851.

44. Meyer P, Filippatos GS, Ahmed MI, Iskandrian AE, Bittner V, Perry GJ, et al. Effects of right ventricular

ejection fraction on outcomes in chronic systolic heart failure. Circulation. 2010; 121(2):252–8. https://

doi.org/10.1161/CIRCULATIONAHA.109.887570 PMID: 20048206.

Altered platelet bioenergetics in PH-HFpEF

PLOS ONE | https://doi.org/10.1371/journal.pone.0220490 July 31, 2019 15 / 16

https://doi.org/10.1182/blood-2013-09-529420
http://www.ncbi.nlm.nih.gov/pubmed/24677541
https://doi.org/10.1371/journal.pone.0132007
https://doi.org/10.1371/journal.pone.0132007
http://www.ncbi.nlm.nih.gov/pubmed/26147848
https://doi.org/10.1186/1471-2407-11-56
http://www.ncbi.nlm.nih.gov/pubmed/21294903
https://doi.org/10.1084/jem.20070198
http://www.ncbi.nlm.nih.gov/pubmed/17682069
https://doi.org/10.1186/s10020-018-0005-x
http://www.ncbi.nlm.nih.gov/pubmed/30134787
https://doi.org/10.18632/oncotarget.7645
http://www.ncbi.nlm.nih.gov/pubmed/26919253
https://doi.org/10.1038/srep00134
http://www.ncbi.nlm.nih.gov/pubmed/22355651
https://doi.org/10.1016/s0735-1097(02)02714-6
https://doi.org/10.1016/s0735-1097(02)02714-6
http://www.ncbi.nlm.nih.gov/pubmed/12535825
https://doi.org/10.1002/cphy.c140041
https://doi.org/10.1002/cphy.c140041
http://www.ncbi.nlm.nih.gov/pubmed/25880509
https://doi.org/10.1038/cddis.2015.202
http://www.ncbi.nlm.nih.gov/pubmed/26225774
https://doi.org/10.1089/ars.2018.7627
http://www.ncbi.nlm.nih.gov/pubmed/30608004
http://www.ncbi.nlm.nih.gov/pubmed/16899857
https://doi.org/10.2119/molmed.2013.00165
http://www.ncbi.nlm.nih.gov/pubmed/24676136
http://www.ncbi.nlm.nih.gov/pubmed/23056879
https://doi.org/10.1111/j.1467-789X.2011.00930.x
http://www.ncbi.nlm.nih.gov/pubmed/21917110
https://doi.org/10.1038/ajh.2009.247
https://doi.org/10.1038/ajh.2009.247
http://www.ncbi.nlm.nih.gov/pubmed/20094035
https://doi.org/10.3389/fphys.2014.00501
http://www.ncbi.nlm.nih.gov/pubmed/25601838
https://doi.org/10.1007/s11906-017-0710-9
https://doi.org/10.1007/s11906-017-0710-9
http://www.ncbi.nlm.nih.gov/pubmed/28233236
https://doi.org/10.1530/EC-14-0092
http://www.ncbi.nlm.nih.gov/pubmed/25385852
https://doi.org/10.7326/0003-4819-115-5-343
http://www.ncbi.nlm.nih.gov/pubmed/1863023
https://doi.org/10.1016/j.jacc.2011.06.068
http://www.ncbi.nlm.nih.gov/pubmed/22133851
https://doi.org/10.1161/CIRCULATIONAHA.109.887570
https://doi.org/10.1161/CIRCULATIONAHA.109.887570
http://www.ncbi.nlm.nih.gov/pubmed/20048206
https://doi.org/10.1371/journal.pone.0220490


45. Gorter TM, Hoendermis ES, van Veldhuisen DJ, Voors AA, Lam CS, Geelhoed B, et al. Right ventricular

dysfunction in heart failure with preserved ejection fraction: a systematic review and meta-analysis. Eur

J Heart Fail. 2016; 18(12):1472–87. https://doi.org/10.1002/ejhf.630 PMID: 27650220.

46. Mohammed SF, Hussain I, AbouEzzeddine OF, Takahama H, Kwon SH, Forfia P, et al. Right ventricu-

lar function in heart failure with preserved ejection fraction: a community-based study. Circulation.

2014; 130(25):2310–20. https://doi.org/10.1161/CIRCULATIONAHA.113.008461 PMID: 25391518.

47. Brittain EL, Pugh ME, Wheeler LA, Robbins IM, Loyd JE, Newman JH, et al. Shorter survival in familial

versus idiopathic pulmonary arterial hypertension is associated with hemodynamic markers of impaired

right ventricular function. Pulm Circ. 2013; 3(3):589–98. https://doi.org/10.1086/674326 PMID:

24618543.

48. Brittain EL, Pugh ME, Wheeler LA, Robbins IM, Loyd JE, Newman JH, et al. Prostanoids but not oral

therapies improve right ventricular function in pulmonary arterial hypertension. JACC Heart Fail. 2013;

1(4):300–7. https://doi.org/10.1016/j.jchf.2013.05.004 PMID: 24015376.

49. Taube A, Schlich R, Sell H, Eckardt K, Eckel J. Inflammation and metabolic dysfunction: links to cardio-

vascular diseases. Am J Physiol Heart Circ Physiol. 2012; 302(11):H2148–65. https://doi.org/10.1152/

ajpheart.00907.2011 PMID: 22447947.

50. Catrysse L, van Loo G. Inflammation and the Metabolic Syndrome: The Tissue-Specific Functions of

NF-kappaB. Trends Cell Biol. 2017; 27(6):417–29. https://doi.org/10.1016/j.tcb.2017.01.006 PMID:

28237661.

51. Kong AP, Chan NN, Chan JC. The role of adipocytokines and neurohormonal dysregulation in meta-

bolic syndrome. Curr Diabetes Rev. 2006; 2(4):397–407. PMID: 18220644.

52. Paulus WJ, Tschope C. A novel paradigm for heart failure with preserved ejection fraction: comorbidi-

ties drive myocardial dysfunction and remodeling through coronary microvascular endothelial inflamma-

tion. J Am Coll Cardiol. 2013; 62(4):263–71. https://doi.org/10.1016/j.jacc.2013.02.092 PMID:

23684677.

53. Lai YC, Tabima DM, Dube JJ, Hughan KS, Vanderpool RR, Goncharov DA, et al. SIRT3-AMP-Activated

Protein Kinase Activation by Nitrite and Metformin Improves Hyperglycemia and Normalizes Pulmonary

Hypertension Associated With Heart Failure With Preserved Ejection Fraction. Circulation. 2016; 133

(8):717–31. https://doi.org/10.1161/CIRCULATIONAHA.115.018935 PMID: 26813102.

54. Shiva S. Nitrite: A Physiological Store of Nitric Oxide and Modulator of Mitochondrial Function. Redox

Biol. 2013; 1(1):40–4. https://doi.org/10.1016/j.redox.2012.11.005 PMID: 23710434.

55. Chirkov YY, Horowitz JD. Impaired tissue responsiveness to organic nitrates and nitric oxide: a new

therapeutic frontier? Pharmacol Ther. 2007; 116(2):287–305. https://doi.org/10.1016/j.pharmthera.

2007.06.012 PMID: 17765975.

56. Anderson RA, Ellis GR, Chirkov YY, Holmes AS, Payne N, Blackman DJ, et al. Determinants of platelet

responsiveness to nitric oxide in patients with chronic heart failure. Eur J Heart Fail. 2004; 6(1):47–54.

https://doi.org/10.1016/S1388-9842(03)00038-2 PMID: 15012918.

57. Procter NE, Ball J, Liu S, Hurst N, Nooney VB, Goh V, et al. Impaired platelet nitric oxide response in

patients with new onset atrial fibrillation. Int J Cardiol. 2015; 179:160–5. https://doi.org/10.1016/j.ijcard.

2014.10.137 PMID: 25464437.

58. Rajendran S, Chirkov YY. Platelet hyperaggregability: impaired responsiveness to nitric oxide ("platelet

NO resistance") as a therapeutic target. Cardiovasc Drugs Ther. 2008; 22(3):193–203. https://doi.org/

10.1007/s10557-008-6098-7 PMID: 18327704.

59. Mehta JL, Lopez LM, Chen L, Cox OE. Alterations in nitric oxide synthase activity, superoxide anion

generation, and platelet aggregation in systemic hypertension, and effects of celiprolol. Am J Cardiol.

1994; 74(9):901–5. https://doi.org/10.1016/0002-9149(94)90583-5 PMID: 7526676.

60. Huang C, Alapa M, Shu P, Nagarajan N, Wu C, Sadoshima J, et al. Guanylyl cyclase sensitivity to nitric

oxide is protected by a thiol oxidation-driven interaction with thioredoxin-1. J Biol Chem. 2017; 292

(35):14362–70. https://doi.org/10.1074/jbc.M117.787390 PMID: 28659344.

61. Beuve A. Thiol-Based Redox Modulation of Soluble Guanylyl Cyclase, the Nitric Oxide Receptor. Anti-

oxid Redox Signal. 2017; 26(3):137–49. https://doi.org/10.1089/ars.2015.6591 PMID: 26906466.

62. Willoughby SR, Stewart S, Holmes AS, Chirkov YY, Horowitz JD. Platelet nitric oxide responsiveness: a

novel prognostic marker in acute coronary syndromes. Arterioscler Thromb Vasc Biol. 2005; 25

(12):2661–6. https://doi.org/10.1161/01.ATV.0000193622.77294.57 PMID: 16254202.

Altered platelet bioenergetics in PH-HFpEF

PLOS ONE | https://doi.org/10.1371/journal.pone.0220490 July 31, 2019 16 / 16

https://doi.org/10.1002/ejhf.630
http://www.ncbi.nlm.nih.gov/pubmed/27650220
https://doi.org/10.1161/CIRCULATIONAHA.113.008461
http://www.ncbi.nlm.nih.gov/pubmed/25391518
https://doi.org/10.1086/674326
http://www.ncbi.nlm.nih.gov/pubmed/24618543
https://doi.org/10.1016/j.jchf.2013.05.004
http://www.ncbi.nlm.nih.gov/pubmed/24015376
https://doi.org/10.1152/ajpheart.00907.2011
https://doi.org/10.1152/ajpheart.00907.2011
http://www.ncbi.nlm.nih.gov/pubmed/22447947
https://doi.org/10.1016/j.tcb.2017.01.006
http://www.ncbi.nlm.nih.gov/pubmed/28237661
http://www.ncbi.nlm.nih.gov/pubmed/18220644
https://doi.org/10.1016/j.jacc.2013.02.092
http://www.ncbi.nlm.nih.gov/pubmed/23684677
https://doi.org/10.1161/CIRCULATIONAHA.115.018935
http://www.ncbi.nlm.nih.gov/pubmed/26813102
https://doi.org/10.1016/j.redox.2012.11.005
http://www.ncbi.nlm.nih.gov/pubmed/23710434
https://doi.org/10.1016/j.pharmthera.2007.06.012
https://doi.org/10.1016/j.pharmthera.2007.06.012
http://www.ncbi.nlm.nih.gov/pubmed/17765975
https://doi.org/10.1016/S1388-9842(03)00038-2
http://www.ncbi.nlm.nih.gov/pubmed/15012918
https://doi.org/10.1016/j.ijcard.2014.10.137
https://doi.org/10.1016/j.ijcard.2014.10.137
http://www.ncbi.nlm.nih.gov/pubmed/25464437
https://doi.org/10.1007/s10557-008-6098-7
https://doi.org/10.1007/s10557-008-6098-7
http://www.ncbi.nlm.nih.gov/pubmed/18327704
https://doi.org/10.1016/0002-9149(94)90583-5
http://www.ncbi.nlm.nih.gov/pubmed/7526676
https://doi.org/10.1074/jbc.M117.787390
http://www.ncbi.nlm.nih.gov/pubmed/28659344
https://doi.org/10.1089/ars.2015.6591
http://www.ncbi.nlm.nih.gov/pubmed/26906466
https://doi.org/10.1161/01.ATV.0000193622.77294.57
http://www.ncbi.nlm.nih.gov/pubmed/16254202
https://doi.org/10.1371/journal.pone.0220490



