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Abstract

:

Right-sided heart failure is the major cause of death among patients who suffer from various forms of pulmonary hypertension and congenital heart disease. The right ventricle (RV) and left ventricle (LV) originate from different progenitor cells and function against very different blood pressures. However, differences between the RV and LV formed after birth have not been well defined. Work from our laboratory and others has accumulated evidence that redox signaling, oxidative stress and antioxidant regulation are important components that define the RV/LV differences. The present article summarizes the progress in understanding the roles of redox biology in the RV chamber-specificity. Understanding the mechanisms of RV/LV differences should help develop selective therapeutic strategies to help patients who are susceptible to and suffering from right-sided heart failure. Modulations of redox biology may provide effective therapeutic avenues for these conditions.
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1. Introduction


Patients with pulmonary hypertension and repaired congenital heart disease are at risk for developing right-sided heart failure [1,2,3]. However, the pathogenic mechanism of right heart failure is not well understood [4]. Much of the knowledge concerning the biology of the heart has been derived from the studies of the left ventricle (LV) and it has generally been assumed that the biology of the right ventricle (RV) is identical to that of the LV. However, some studies have revealed that mechanisms of right and left heart failure may be different. In the LV, concentric hypertrophy in response to systemic hypertension is often followed by the transition to dilation with eccentric cardiac hypertrophy and thinning of the ventricular wall. By contrast, in pulmonary hypertension, the concentrically hypertrophied RV appears to undergo failure, manifested by a well-known pathological observation of cor pulmonale [5,6]. Further, it is unclear whether therapies that were developed to treat LV failure really benefit patients with right-sided heart failure. Thus, understanding the differences between the RV and LV should contribute to the development of new therapeutic strategies.



Developmentally, LV and RV myocytes are derived from different precursor cells. Cells in the first heart field (primary heart field) contribute to the formation of the LV myocardium, whereas cells in the second heart field (anterior heart field) construct the RV myocardium [7,8,9]. Functionally, unlike the LV, the RV pumps the blood against a wide range of pressures throughout life (~100 mmHg in utero and ~10 mmHg after birth). However, the overall protein expression patterns of the adult RV and LV free walls were found to be remarkably similar [10]. Defining the subtle differences between the two ventricles may promote the development of therapeutic strategies that are tailored to specific pathologic conditions. Our laboratory previously identified some differences in protein expression between the RV and LV [11,12], as well as differentially regulated signal transduction pathways [12,13]. Notably, these studies revealed the importance of redox regulation in the RV to LV differences. This article summarizes our studies as well as ones by others, which describe redox biology of right-sided heart failure.




2. Oxidative Modifications in Right-Sided Heart Failure


In rats, the injection of an inhibitor of the vascular endothelial growth factor receptor (SU5416) plus stimuli such as hypoxia and ovalbumin immunization trigger pulmonary arterial hypertension [14,15] and right heart failure [16,17]. It was found that failing RVs in response to SU5416/ovalbumin-induced pulmonary hypertension are subjected to specific types of protein oxidation. Total protein S-glutathionylation, nitrotyrosine formation, and S-nitrosocysteine formation were found to be higher in the failing RV compared to control RV [17]. Mass spectrometry identified that these S-nitrotyrosinylated proteins include heat shock protein-90 and sarcoplasmic reticulum Ca2+-ATPase, and S-glutathionylated proteins include heat shock protein-90 and NADH-ubiquinone oxidoreductase [17].



Total protein carbonylation was not altered in the RVs of rats with pulmonary hypertension compared with the controls [17]. However, our metabolomics analysis revealed that peptides that contain susceptible amino acids for carbonylation, that is, arginine, lysine, proline and threonine (as previously described by Berlett and Stadtman [18]), were lower in the RVs of pulmonary hypertensive rats than in controls [19]. Twenty-eight peptides were identified to be significantly decreased at least two-fold in the RVs of pulmonary hypertensive rats (Table 1). Notably, the Phe-Lys-Lys peptide was found to be more than 40-fold lower in the RVs of rats with pulmonary hypertension than in the RVs of healthy rats. Among these 28 peptides, 24 contained at least one carbonylation-susceptible amino acid. Among 112 amino acids within these 28 peptides, 51 amino acids (over 45%) were identified as carbonylation-susceptible amino acids that comprise four amino acids out of 20 (that is, 20%).




3. RV-Specific Redox Regulation of GATA4 Gene Expression


GATA4, a major transcription factor in the regulation of cardiac hypertrophy [20], is activated through post-translational modification mechanisms in the LV [21]. In our previously studies [12], the RV GATA4 DNA binding activity was found to be increased in a rat model of pulmonary hypertension. However, this was not because of the post-translational activation of this protein, but due to increased gene transcription, since both protein and mRNA levels of GATA4 were also increased in response to pulmonary hypertension in the RV, but not in the LV [12]. Our laboratory cloned the Gata4 promoter [22] and found that CBF/NF-Y binding to CCAAT box mediates the increased GATA4 gene expression [12]. Annexin A1 was found to interact with CBF/NF-Y during pulmonary hypertension-mediated RV hypertrophy and negatively regulate CBF/NF-Y DNA binding [12]. Further, annexin A1 gets degraded in the RV, but not in the LV, in response to pulmonary hypertension, indicating that the activation of CBF/NF-Y-dependent GATA4 gene transcription is through releasing the negative regulation by annexin A1 [12]. This RV-specific mechanism of GATA4 activation that is dependent on the activation of gene transcription may be defined by the difference in the expression levels of CBF/NF-Y as the RV has more CBF-B compared to the LV, while the annexin A1 levels were comparable between the two ventricles [12]. The finding that annexin A1 is involved in this mechanism of RV hypertrophy was of great interest in terms of redox signaling biology because our laboratory previously found a mechanism that involves the proteasome-dependent degradation of annexin A1 in response to protein carbonylation in smooth muscle cells [23]. Annexin A1 was found to be also carbonylated in response to pulmonary hypertension in the RV, but not in the LV [12]. As an RV-specific mechanism of cell signaling, our laboratory proposed the “oxidation/degradation pathway of signal transduction” involving carbonylation and subsequent degradation of annexin A1 by proteasomes that regulate CBF/NF-Y-dependent GATA4 gene expression (Figure 1A) [12]. Table 2 summarizes a series of experimental observations that led to this proposed mechanism. The higher CBF/NF-Y-to-annexin A1 ratio allows for the increased sensitivity for the CBF/NF-Y activation as annexin A1 gets degraded, hence conferring the RV-specificity of this mechanism. Figure 1B depicts that, under low CBF/NF-Y-to annexin-A1 ratio, ROS-dependent annexin A1 degradation does not allow for efficient CBF/NY-Y activation to promote GATA4 gene expression.



It was also found that global cardiac ischemia/reperfusion injury results in reduced expression of GATA4 in the RV, but not in the LV [13]. Our laboratory previously established that GATA4 plays an important role in regulating the gene expression of an anti-apoptotic protein Bcl-xL in cardiomyocytes [24,25]. Consistently, the RV-specific downregulation of GATA4 by ischemia/reperfusion seems to reflect Bcl-xL gene expression, as global myocardial ischemia/reperfusion downregulated Bcl-xL in the RV, but not in the LV [13].




4. The RV-Specific Redox Regulation of Serotonin Signaling


Our laboratory also discovered that serotonin promoted protein carbonylation in the RV, but not in the LV [11]. RV and LV homogenates derivatized with 2,4-dinitrophenylhydrazine (DNPH) exhibit multiple carbonylated proteins. Perfusing the isolated rat heart with serotonin for 10 min increased carbonylation of various proteins in the RV, but not in the LV [11]. It was concluded that the mechanism of this RV/LV difference is because monoamine oxidase-A is less expressed in the RV [11]. Thus, the intracellular serotonin degradation action of monoamine oxidase-A may trigger serotonin-induced protein carbonylation in the RV.




5. Metabolomics Analysis to Define the Difference between the RV and LV


To investigate the possible differences between the adult RV and LV, metabolomics analysis was performed using RV and LV free wall tissues obtained from adult rats by examining molecules with mass less than 1000. While a majority of metabolites seem to be expressed at similar levels between the RV and LV, some molecules exhibited statistically significant difference between their levels in the two ventricles. From these data, four biologically relevant molecules that occur at different levels between the RV and LV were identified. Among them, the levels of (3R)-3-hydroxy-8′-apocarotenol (Figure 2A) and coprocholic acid (Figure 2B) were found to be higher in the RV than in the LV. By contrast, 1alpha,25-dihydroxy-25,25-diphenyl-26,27-dinorvitamin D3 (Figure 2C) and neuromedin N (Figure 2D) were found to occur at lower levels in the RV compared to the LV. These identified molecules may exhibit redox properties. (3R)-3-hydroxy-8′-apocarotenol has potential to confer a similar activity as β-carotene. In addition, it possesses a hydroxyl group that may be redox active. Coprocholic acid and 1alpha,25-dihydroxy-25,25-diphenyl-26,27-dinorvitamin D3 also contain four and three hydroxyl groups, respectively.



Neuromedin N and another larger peptide, neuromedin N, both elicit cell signaling by activating neurotensin receptors. Neuromedin N is a small peptide with six amino acids, Lys-Ile-Pro-Tyr-Ile-Leu, while neurotensin contains 13 amino acids, Glu-Leu-Tyr-Glu-Asn-Lys-Pro-Arg-Arg-Pro-Tyr-Ile-Leu. Interestingly, both peptides are relatively rich in carbonylation-susceptible amino acids described above. 33% of amino acids in neuromedin N and 38% in neurotensin are composed of carbonylation-susceptible amino acids.



To investigate the possible role of neurotensin/neuromedin N in right heart failure, immunohistochemistry experiments using the neurotensin/neuromedin N antibody were performed to compare the RVs of control rats to those of rats with right heart failure promoted by the injection of SU5416 plus chronic hypoxia that promotes severe pulmonary hypertension [26]. The examination of immunohistochemistry data revealed the occurrence of some RV myocytes that do not stain with the neurotensin/neuromedin N antibody. Figure 3A shows such observations from multiple animals. By contrast, the LV from pulmonary hypertension rats did not exhibit this phenomenon. Quantifications of the number of myocytes that did not stain with the neurotensin/neuromedin N antibody determined that the RVs of pulmonary hypertensive rats only exhibit such cells (Figure 3B). Thus, it appears that pressure overload to the RV in response to pulmonary hypertension modified some of cardiomyocytes so that they no longer express neurotensin or neuromedin N. In the context of redox biology, it would be interesting and potentially important to determine the carbonyl status of these peptides in the future.




6. RV/LV Differences in Oxidative Stress and Antioxidant Defense


Studies of experimental animals and human patients revealed that the RV is more susceptible to the occurrence of oxidative stress than the LV in the setting of heart failure because the RV has weaker antioxidant-adaptive defense mechanisms [3,29,30].



In female Wistar rats, Schreckenberg et al. [29] found that the RV is subjected to higher oxidative stress as detected by dihydroethidium staining for superoxide and measurements of peroxynitrite using an enzyme-linked immunosorbent assay. Differential superoxide levels between the two ventricles may be due to varied expression of manganese superoxide dismutase. In this study, using nitric oxide deficiency as a model of heart failure, authors concluded that the RV cannot cope with oxidative stress because this ventricle lacks the ability to upregulate manganese superoxide dismutase.



In human heart failure patients, Borchi et al. [30] reported that NADPH oxidase-dependent production of superoxide is higher in the RV compared to the LV. Lipid peroxidation as assessed by measuring the levels of malondialdehyde was also higher in the RV of failing hearts compared to the LV. Taken together with their data on antioxidant enzyme activities, authors concluded that oxidative stress promotes antioxidant-adaptive responses more in the LV compared to the RV.



In children with tetralogy of Fallot, Chaturvedi et al. [31] observed RV oxidative stress after the surgical repair. These authors concluded that patients destined to develop acute RV dysfunction and log intensive care unit stays after tetralogy of Fallot repair suffer more oxidative stress. Reddy et al. [32] further reported that, in children with tetralogy of Fallot, the RV fails to adapt to hypoxic stress. In their study, the expression of glutathione peroxidase was found to be lower in the RV of patients with lower O2 saturations.




7. Conclusions


The RV health is crucial to patients with pulmonary hypertension as well as with congenital heart disease including tetralogy of Fallot, pulmonary atresia, transposition of the great arteries and hypoplastic left heart syndrome. While the global RV and LV gene expression patterns and cell signaling mechanisms are similar, there are some subtle but crucial differences between RV and LV that may potentially define chamber-specific therapeutic strategies. Redox signaling, oxidative stress status and antioxidant regulation define important RV/LV differences. Further work focusing on these biological mechanisms may improve preventative and/or treatment strategies to help patients who are susceptible to developing right-sided heart failure. We hope that this article will promote further basic research concerning redox mechanisms of RV failure and possibly future clinical trials for the use of redox agents for the treatment of right-sided heart failure.







Author Contributions


Conceptualization, N.V.S. and Y.J.S.; Methodology, N.V.S. and Y.J.S.; Software, N.V.S., O.M., D.I.S. and Y.J.S.; Validation, N.V.S., O.M., D.I.S. and Y.J.S.; Formal Analysis, N.V.S., O.M., D.I.S. and Y.J.S.; Investigation, N.V.S., O.M., D.I.S. and Y.J.S.; Resources, Y.J.S.; Data Curation, N.V.S., O.M., D.I.S. and Y.J.S.; Writing–Original Draft Preparation, N.V.S. & Y.J.S.; Writing–Review & Editing, N.V.S., O.M., D.I.S. and Y.J.S.; Visualization, N.V.S., O.M., D.I.S. and Y.J.S.; Supervision, N.V.S. and Y.J.S.; Project Administration, Y.J.S.; Funding Acquisition, Y.J.S.




Funding


This work was supported in part by NIH (R01HL72844) to YJS. The content is solely the responsibility of the authors and does not necessarily represent the official views of the NIH.




Acknowledgments


Authors would like to dedicate this work to the memory of six-year old Eloise Holland who suffered from right heart failure due to tetralogy of Fallot.




Conflicts of Interest


The authors declare no conflict of interest.




References


	



Konstam, M.A.; Kiernan, M.S.; Bernstein, D.; Bozkurt, B.; Jacob, M.; Kapur, N.K.; Kociol, R.D.; Lewis, E.F.; Mehra, M.R.; Pagani, F.D.; et al. Evaluation and Management of Right-Sided Heart Failure: A Scientific Statement from the American Heart Association. Circulation 2018, 137, e578–e622. [Google Scholar] [CrossRef] [PubMed]

	



Guimaron, S.; Guihaire, J.; Amsallem, M.; Haddad, F.; Fadel, E.; Mercier, O. Current knowledge and recent advances of right ventricular molecular biology and metabolism from congenital heart disease to chronic pulmonary hypertension. BioMed Res. Int. 2018, 2018, 1981568. [Google Scholar] [CrossRef] [PubMed]

	



Reddy, S.; Bernstein, D. Molecular mechanisms of right ventricular failure. Circulation 2015, 132, 1734–1742. [Google Scholar] [CrossRef] [PubMed]

	



Voelkel, N.F.; Quaife, R.A.; Leinwand, L.A.; Barst, R.J.; McGoon, M.D.; Meldrum, D.R.; Dupuis, J.; Long, C.S.; Rubin, L.J.; Smark, F.W.; et al. Right ventricular function and failure: The need to know more. Report of a National Heart, Lung and Blood Institute Working Group on Cellular and Molecular Mechanisms of Right Heart Failure. Circulation 2006, 114, 1883–1891. [Google Scholar] [CrossRef] [PubMed]

	



Boxt, L.M. Radiology of the right ventricle. Radiol. Clin. N. Am. 1999, 37, 379–400. [Google Scholar] [CrossRef]

	



Budev, M.M.; Arroliga, A.C.; Wiedemann, H.P.; Matthay, R.A. Cor pulmonale: An overview. Semin. Respir. Crit. Care Med. 2003, 24, 233–244. [Google Scholar] [PubMed]

	



Zaffran, S.; Kelly, R.G.; Meilhac, S.M.; Buckingham, M.E.; Brown, N.A. Right ventricular myocardium derives from the anterior heart field. Circ. Res. 2004, 95, 261–268. [Google Scholar] [CrossRef] [PubMed]

	



Verzi, M.P.; McCulley, D.J.; De Val, S.; Dodou, E.; Black, B.L. The right ventricle, outflow tract, and ventricular septum comprise a restricted expression domain within the secondary/anterior heart field. Dev. Biol. 2005, 287, 134–145. [Google Scholar] [CrossRef] [PubMed]

	



Srivastava, D. Making or breaking the heart: From lineage determination to morphogenesis. Cell 2006, 126, 1037–1048. [Google Scholar] [CrossRef] [PubMed]

	



Suzuki, Y.J. Molecular basis of right ventricular hypertrophy and failure in pulmonary vascular disease. In Textbook of Pulmonary Vascular Disease; Yuan, J.X.J., Garcia, J.G.N., Hales, C.A., Archer, S.L., Rich, S., West, J.B., Eds.; Springer: New York, NY, USA, 2011; pp. 1305–1312. [Google Scholar]

	



Liu, L.; Marcocci, L.; Wong, C.M.; Park, A.M.; Suzuki, Y.J. Serotonin-mediated protein carbonylation in the right heart. Free Radic. Biol. Med. 2008, 45, 847–854. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Park, A.; Wong, C.; Jelinkova, L.; Liu, L.; Nagase, H.; Suzuki, Y.J. Pulmonary hypertension-induced GATA4 activation in the right ventricle. Hypertension 2010, 56, 1145–1151. [Google Scholar] [CrossRef] [PubMed]

	



Zungu-Edmondson, M.; Suzuki, Y.J. Differential stress response mechanisms in right and left ventricles. J. Rare Dis. Res. Treat. 2016, 1, 39–45. [Google Scholar] [PubMed]

	



Taraseviciene-Stewart, L.; Kasahara, Y.; Alger, L.; Hirth, P.; Mc Mahon, G.; Waltenberger, J.; Voelkel, N.F.; Tuder, R.M. Inhibition of the VEGF receptor 2 combined with chronic hypoxia causes cell death-dependent pulmonary endothelial cell proliferation and severe pulmonary hypertension. FASEB J. 2001, 15, 427–438. [Google Scholar] [CrossRef] [PubMed]

	



Mizuno, S.; Farkas, L.; Al Husseini, A.; Farkas, D.; Gomez-Arroyo, J.; Kraskauskas, D.; Nicolls, M.R.; Cool, C.D.; Bogaard, H.J.; Voelkel, N.F. Severe pulmonary arterial hypertension induced by SU5416 and ovalbumin immunization. Am. J. Respir. Cell Mol. Biol. 2012, 47, 679–687. [Google Scholar] [CrossRef] [PubMed]

	



Bogaard, H.J.; Natarajan, R.; Henderson, S.C.; Long, C.S.; Kraskauskas, D.; Smithson, L.; Ockaili, R.; McCord, J.M.; Voelkel, N.F. Chronic pulmonary artery pressure elevation is insufficient to explain right heart failure. Circulation 2009, 120, 1951–1960. [Google Scholar] [CrossRef] [PubMed]

	



Wang, X.; Shults, N.V.; Suzuki, Y.J. Oxidative profiling of the failing right heart in rats with pulmonary hypertension. PLoS ONE 2017, 12, e0176887. [Google Scholar] [CrossRef] [PubMed]

	



Berlett, B.S.; Stadtman, E.R. Protein oxidation in aging, disease, and oxidative stress. J. Biol. Chem. 1997, 272, 20313–20316. [Google Scholar] [CrossRef] [PubMed]

	



Suzuki, Y.J.; Shults, N.V. Redox Signaling in the Right Ventricle. Adv. Exp. Med. Biol. 2017, 967, 315–323. [Google Scholar] [CrossRef] [PubMed]

	



Molkentin, J.D.; Olson, E.N. GATA4: A novel transcriptional regulator of cardiac hypertrophy? Circulation 1997, 96, 3833–3835. [Google Scholar] [PubMed]

	



Van Berlo, J.H.; Elrod, J.W.; Aronow, B.J.; Pu, W.T.; Molkentin, J.D. Serine 105 phosphorylation of transcription factor GATA4 is necessary for stress-induced cardiac hypertrophy in vivo. Proc. Natl. Acad. Sci. USA 2011, 108, 12331–12336. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Suzuki, Y.J.; Nagase, H.; Wong, C.M.; Kumar, S.V.; Jain, V.; Park, A.M.; Day, R.M. Regulation of Bcl-xL expression in lung vascular smooth muscle. Am. J. Respir. Cell Mol. Biol. 2007, 36, 678–687. [Google Scholar] [CrossRef] [PubMed]

	



Wong, C.M.; Cheema, A.K.; Zhang, L.; Suzuki, Y.J. Protein carbonylation as a novel mechanism in redox signaling. Circ. Res. 2008, 102, 310–318. [Google Scholar] [CrossRef] [PubMed]

	



Kitta, K.; Day, R.M.; Kim, Y.; Torregroza, I.; Evans, T.; Suzuki, Y.J. Hepatocyte growth factor induces GATA-4 phosphorylation and cell survival in cardiac muscle cells. J. Biol. Chem. 2003, 278, 4705–4712. [Google Scholar] [CrossRef] [PubMed]

	



Kim, Y.; Ma, A.G.; Kitta, K.; Fitch, S.N.; Ikeda, T.; Ihara, Y.; Simon, A.R.; Evans, T.; Suzuki, Y.J. Anthracycline-induced suppression of GATA-4 transcription factor: Implication in the regulation of cardiac myocyte apoptosis. Mol. Pharmacol. 2003, 63, 368–377. [Google Scholar] [CrossRef] [PubMed]

	



Ibrahim, Y.F.; Wong, C.M.; Pavlickova, L.; Liu, L.; Trasar, L.; Bansal, G.; Suzuki, Y.J. Mechanism of the susceptibility of remodeled pulmonary vessels to drug-induced cell killing. J. Am. Heart Assoc. 2014, 3, e000520. [Google Scholar] [CrossRef] [PubMed]

	



Zungu-Edmondson, M.; Shults, N.V.; Melnyk, O.; Suzuki, Y.J. Natural reversal of pulmonary vascular remodeling and right ventricular remodeling in SU5416/hypoxia-treated Sprague-Dawley rats. PLoS ONE 2017, 12, e0182551. [Google Scholar] [CrossRef] [PubMed]

	



Zungu-Edmondson, M.; Shults, N.V.; Wong, C.M.; Suzuki, Y.J. Modulators of right ventricular apoptosis and contractility in a rat model of pulmonary hypertension. Cardiovasc. Res. 2016, 110, 30–39. [Google Scholar] [CrossRef] [PubMed][Green Version]

	



Schreckenberg, R.; Rebelo, M.; Deten, A.; Weber, M.; Rohrbach, S.; Pipicz, M.; Csonka, C.; Ferdinandy, P.; Schulz, R.; Schlüter, K.D. Specific Mechanisms Underlying Right Heart Failure: The Missing upregulation of superoxide dismutase-2 and its decisive role in antioxidative defense. Antioxid. Redox Signal. 2015, 23, 1220–1232. [Google Scholar] [CrossRef] [PubMed]

	



Borchi, E.; Bargelli, V.; Stillitano, F.; Giordano, C.; Sebastiani, M.; Nassi, P.A.; d’Amati, G.; Cerbai, E.; Nediani, C. Enhanced ROS production by NADPH oxidase is correlated to changes in antioxidant enzyme activity in human heart failure. Biochim. Biophys. Acta 2010, 1802, 331–338. [Google Scholar] [CrossRef] [PubMed]

	



Chaturvedi, R.R.; Shore, D.F.; Lincoln, C.; Mumby, S.; Kemp, M.; Brierly, J.; Petros, A.; Gutteridge, J.M.; Hooper, J.; Redington, A.N. Acute right ventricular restrictive physiology after repair of tetralogy of Fallot: Association with myocardial injury and oxidative stress. Circulation 1999, 100, 1540–1547. [Google Scholar] [CrossRef] [PubMed]

	



Reddy, S.; Osorio, J.C.; Duque, A.M.; Kaufman, B.D.; Phillips, A.B.; Chen, J.M.; Quaegebeur, J.; Mosca, R.S.; Mital, S. Failure of right ventricular adaptation in children with tetralogy of Fallot. Circulation 2006, 114, I-37–I-42. [Google Scholar] [CrossRef] [PubMed]








[image: Antioxidants 07 00106 g001 550] 





Figure 1. Proposed right ventricles (RV)-specific GATA4 activation mechanism. (A) Pulmonary hypertension produces reactive oxygen species (ROS) in the RV that in turn promote the carbonylation of annexin A1 protein. Carbonylation elicits the annexin A1 degradation by proteasomes, liberating CBF/NF-Y transcription factor that activates Gata4 gene transcription [12]. (B) In the left ventricle (LV), the low CBF/NF-Y-to-annexin A1 ratio with excess annexin A1 does not allow for the efficient CBF/NF-Y activation. 
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Figure 2. Notable metabolites differentially expressed between the RV and LV. The RV and LV wall tissues were dissected from male Sprague Dawley rats and subjected to metabolomics analysis (n = 10). The analysis of metabolomics data revealed 4 biologically notable molecules including (A) (3R)-3-hydroxy-8′-apocarotenol, (B) coprocholic acid, (C) 1alpha,25-dihydroxy-25,25-diphenyl-26,27-dinorvitamin D3 and (D) neuromedin N that exhibited significant differences in the RV and LV. For each molecule, the experimental m/z values (which represent mass), retention time (RT), fold-change (FC) ratio of RV to LV, p-values, name of the molecule, empirical formula, mass of the molecule and the chemical structures are noted. Bar graphs represent means ± SEM of the intensity values obtained from mass spectra. 
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Figure 3. Neurotensin/neuromedin N expression in the heart of rats with pulmonary arterial hypertension (PAH). Male Sprague Dawley rats were subcutaneously injected with SU5416 (20 mg/kg body weight), maintained in hypoxia in a chamber set to maintain 10% O2 [12,26] for three weeks and then in normoxia for 17 weeks [27,28]. Heart tissues were immersed in buffered 10% formalin, embedded in paraffin, cut and mounted on glass slides. Tissue sections were subjected to immunohistochemistry using the neurotensin/neuromedin N (NTS) antibody (catalog # MBS8505326; MyBioSource, Inc., San Diego, CA, USA). (A) Representative immunohistochemistry images of the RVs from 3 pairs of control and PAH animals. (B) The bar graph represents means ± SEM of % NTS antibody-negative cells in the LV and RV. * denotes values significantly different from each other at p < 0.001. 
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Table 1. Metabolomics studies identified peptides that are lower in right ventricles (RVs) of Sprague Dawley rats with pulmonary arterial hypertension (PAH) than in controls. p < 0.05 (n = 10). Most of the peptides contain carbonylation-susceptible amino acids (AAs) indicated in bold.
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Peptides

	
Fold Difference (Control/PAH)

	
Total # of AAs

	
Carbonylation Susceptible AAs




	
#

	
%






	
Glu Ile Lys Pro

	
4.8

	
4

	
2

	
50




	
Asp Lys Lys Pro

	
2.5

	
4

	
3

	
75




	
Lys Arg Thr Thr

	
2.2

	
4

	
4

	
100




	
Phe Gly Arg Arg

	
4.5

	
4

	
2

	
50




	
Ser Val Lys Arg

	
2.5

	
4

	
2

	
50




	
Lys Trp Lys

	
2.0

	
3

	
2

	
67




	
Lys Tyr Ile Glu

	
2.7

	
4

	
1

	
25




	
Ser Leu Leu Ser Phe

	
2.2

	
5

	
0

	
0




	
Asp Leu Phe Arg

	
2.4

	
4

	
1

	
25




	
Thr Thr Gly Leu Ile

	
2.8

	
5

	
2

	
40




	
Lys Tyr Thr Arg

	
2.5

	
4

	
3

	
75




	
Arg Ser Lys Arg

	
3.0

	
4

	
3

	
75




	
Trp Phe Trp

	
2.3

	
3

	
0

	
0




	
Asn Arg Phe Lys

	
2.8

	
4

	
2

	
50




	
His Ile Ile Val

	
3.1

	
4

	
0

	
0




	
Arg Lys Lys Cys

	
3.0

	
4

	
3

	
75




	
Asn Arg Phe Lys

	
3.2

	
4

	
2

	
50




	
Phe Ile Gln Lys

	
3.0

	
4

	
1

	
25




	
Ala Arg Tyr Arg

	
2.6

	
4

	
2

	
50




	
Ala Ala Ile Lys

	
4.8

	
4

	
1

	
25




	
Glu Phe Pro Trp

	
2.3

	
4

	
1

	
25




	
Phe Thr Thr Thr

	
2.2

	
4

	
3

	
75




	
Val Arg His Arg

	
2.6

	
4

	
2

	
50




	
Ile Ile Val Tyr

	
2.2

	
4

	
0

	
0




	
Pro Gln Arg Thr

	
3.0

	
4

	
3

	
75




	
Phe Lys Lys

	
41.7

	
4

	
2

	
50




	
Thr Thr Gly Leu Ile

	
2.5

	
4

	
2

	
50




	
Glu Lys Ala Arg

	
2.1

	
4

	
2

	
50








#: number.
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Table 2. List of experimental observations for the RV-specific mechanism of GATA4 activation regulated by redox signaling.






Table 2. List of experimental observations for the RV-specific mechanism of GATA4 activation regulated by redox signaling.





	Pulmonary hypertension activates GATA4 DNA binding activity in the RV.



	Pulmonary hypertension increases GATA4 protein expression in the RV.



	Pulmonary hypertension increases Gata4 mRNA expression in the RV.



	The Gata4 promoter contains a functionally important CCAAT box.



	The CBF/NF-Y transcription factor regulates CCAAT box of the Gata4 promoter.



	CBF/NF-Y binds to annexin A1.



	Pulmonary hypertension promotes the degradation of annexin A1.



	The degradation of annexin A1 is regulated by metal-catalyzed oxidation of annexin A1.



	The RV has higher CBF/NF-Y-to-annexin A1 ratio than the left ventricle (LV)
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