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Mitofusin 2 Participates in Mitophagy and Mitochondrial Fusion Against Angiotensin II-Induced Cardiomyocyte Injury
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Background: Mitochondrial dynamics play a critical role in mitochondrial function. The mitofusin 2 (MFN2) gene encodes a mitochondrial membrane protein that participates in mitochondrial fusion to maintain and operate the mitochondrial network. Moreover, MFN2 is essential for mitophagy. In Ang II-induced cardiac remodeling, the combined effects of MFN2-mediated mitochondrial fusion and mitophagy are unclear. This study was designed to explore a novel strategy for preventing cardiomyocyte injury via modulation of mitochondrial dynamics.

Methods: We studied the function of MFN2 in mitochondrial fusion and mitophagy in Ang II-stimulated cardiomyocyte injury. Cardiomyocyte injury experiments, including reactive oxygen species (ROS) production, mitochondrial membrane potential (MMP), and apoptosis rate of cardiomyocytes were performed. The mitochondrial morphology in cardiomyocytes was examined via transmission electron microscopy (TEM) and confocal microscopy. Autophagic levels in response to Ang II were examined by immunoblotting of autophagy-related proteins. Moreover, PINK1/MFN2/Parkin pathway-related proteins were examined.

Results: With stimulation by Ang II, MFN2 expression was progressively reduced. MFN2 deficiency impaired mitochondrial quality, resulting in exacerbated mitochondrial damage induced by Ang II. The Ang II-induced increases in ROS production and apoptosis rate were alleviated by MFN2 overexpression. Moreover, MFN2 alleviated the Ang II-induced reduction in MMP. MFN2 promoted mitochondrial fusion, and MFN2 promoted Parkin translocation and phosphorylation, leading to mitochondrial autophagy. The effects of MFN2 overexpression were reversed by autophagy inhibitors.

Conclusion: Mitofusin 2 promotes Parkin translocation and phosphorylation, leading to mitophagy to clear damaged mitochondria. However, the beneficial effects of MFN2 were reversed by autophagy inhibitors. Additionally, MFN2 participates in mitochondrial fusion to maintain mitochondrial quality. Thus, MFN2 participated in mitophagy and mitochondrial fusion against Ang II-induced cardiomyocyte injury.
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INTRODUCTION

Ventricular remodeling is the core foundation for the development of heart failure (Hill and Olson, 2008). Pathological remodeling is typically due to a number of causes that result in increased pressure or volume, causing pressure or volume overload in the heart (Burchfield et al., 2013). This pathological process may include ventricular hypertrophy, ventricular dilation, cardiomegaly, and other changes. Ultimately, ventricular remodeling results in heart failure. Neurohumoral stimulation and mechanical stress are the major triggers of ventricular remodeling. Ang II can activate a number of signaling pathways to induce cardiac inflammation, hypertrophy, and fibrosis, thus leading to ventricular remodeling (Mehta and Griendling, 2007; Trachtenberg and Hare, 2017). Additionally, ventricular remodeling involves mitochondrial metabolism, oxidative stress, and autophagy (Maillet et al., 2013; van Berlo et al., 2013; Zhou et al., 2013; Lyon et al., 2015).

In recent years, insufficient myocardial energy has been considered one of the mechanisms underlying the occurrence and development of ventricular remodeling. As a site of energy synthesis, mitochondria are closely related to the development of heart failure. Thus, the balance of the mitochondrial network has been recognized as a critical factor in maintaining cellular energy homeostasis and cardiac function. Mitochondria are highly dynamic organelles, and their morphology is determined by the equilibrium between mitochondrial fusion and fission events. The physiological function of mitochondria depends on the tightly connected mitochondrial network. The maintenance of this mitochondrial network is mainly controlled by mitochondrial fusion and fission proteins (Cao et al., 2017). The MFN2 gene encodes a mitochondrial membrane protein that participates in mitochondrial fusion and contributes to the maintenance and operation of the mitochondrial network (Santel and Fuller, 2001; Rojo et al., 2002; Cao et al., 2017). Moreover, MFN2 is involved in the clearance of damaged mitochondria via selective autophagy (Chen and Dorn, 2013). Autophagy is a regulated mechanism leading to the disassembly of dysfunctional proteins or organelles and the removal of intracellular pathogens (Klionsky, 2008; Levine and Kroemer, 2008). Autophagy also enables the orderly degradation and recycling of cellular components (Melser et al., 2015). Thus, understanding the balance of mitochondrial network regulation may facilitate the discovery of a novel strategy to combat heart failure.

Evidence has revealed that MFN2 participates in mitochondrial quality control. Some previous studies have shown that the accumulation of morphologically and functionally abnormal mitochondria induced respiratory dysfunction in MFN2-deficient mice, causing dilated cardiomyopathy (Chen and Dorn, 2013). Thus, MFN2 is required for quality control of cardiac mitochondria. Although these data suggest that MFN2 plays a central role in the balance of mitochondria. In Ang II-induced cardiac remodeling, the combined effects of MFN2-mediated mitochondrial fusion and mitophagy are unclear. Therefore, we hypothesized that MFN2 can protect cardiac function against Ang II-induced cardiomyocyte injury. We overexpressed MFN2 in vitro to study the effects of MFN2 on cardiac function, mitochondrial fusion and mitophagy. We found that MFN2 maintained mitochondrial quality through participating in mitophagy and mitochondrial fusion in an Ang II-induced cardiomyocyte injury model.

MATERIALS AND METHODS

Chemicals and Reagents

Fetal bovine serum (FBS) and Dulbecco’s Modified Eagle’s Medium (DMEM) were purchased from HyClone (Logan, UT, United States). Trypsin and collagenase were purchased from Sigma-Aldrich Co. (Saint Louis, MO, United States). Ang II and chloroquine diphosphate salt (CQ) was purchased from Sigma-Aldrich Co., Carbamide was purchased from Solarbio Science & Technology Co., Ltd. (Beijing, China). The following polyclonal primary antibodies were used in this study: anti-MFN2, anti-Parkin, anti-P-Parkin, anti-PINK1, anti-DRP1, anti-Beclin1, anti-P62, anti-GAPDH, anti-COX-IV, anti-β-actin (Abcam, Cambridge, United Kingdom), and anti-LC3B (Sigma-Aldrich Co.).

Cell Culture and Adenoviral Transduction

Neonatal rat cardiomyocytes were prepared from the hearts of 1- to 3-day-old Sprague-Dawley rats using enzymatic dissociation and cultured as previously described (Xiong et al., 2018). Recombinant adenoviruses for MFN2 overexpression (Ad-MFN2) were designed and synthesized by GeneChem Co., Ltd. (Shanghai, China). The viruses were added to cells according to the manufacturer’s instructions. After adenoviral transduction for 72–96 h, cells were stimulated with 1 μM Ang II for 24 h for subsequent experiments and analyses.

Measurement of the Reactive Oxygen Species (ROS) Levels

For the detection of intracellular superoxide anion, dihydroethidium (DHE, Invitrogen Molecular Probes, United States) was used to evaluate intracellular ROS production according to the manufacturer’s instructions. Briefly, the cells were incubated with culture medium containing 10 μM DHE at 37°C for 30 min for fluorescent probe loading, followed by three washes with phosphate-buffered saline (PBS). Cells were stained with Hoechst for 10 min. Then, ROS production was examined with a fluorescence microscope (Olympus, Japan). Bright red fluorescence represents ROS concentration, and blue fluorescence represents cell nuclei. ImageJ was used for analysis.

Measurement of MMP

JC-1 staining assay was performed using MMP detection according to the manufacturer’s instructions. Briefly, cardiomyocytes were incubated with JC-1 staining solution at 37°C for 20 min and then washed three times with JC-1 staining buffer. Fluorescent cardiomyocytes were observed by a fluorescence microscope (Olympus, Japan). Bright red fluorescence represents J-aggregate and green fluorescence represents J-monomer. ImageJ was used for analysis.

TUNEL Assay

The apoptosis rate of cardiomyocytes was examined using a TdT-mediated dUTP nick-end labeling (TUNEL) assay (One Step TUNEL Apoptosis Assay Kit; Beyotime, Jiangsu, China) according to the manufacturer’s instructions. Cardiomyocytes were fixed in 4% paraformaldehyde for 30 min and permeabilized in 0.3% Triton X-100 for 5 min. Then, the cells were incubated with TUNEL staining solution at 37°C for 30 min and were then washed three times with PBS. Cells were stained with DAPI for 10 min to counterstain the nuclei. Then, TUNEL-positive cells were examined with a fluorescence microscope (Olympus, Japan). Bright green fluorescence represents TUNEL-positive cells, and blue fluorescence represents cell nuclei. ImageJ was used for analysis.

Detection of the Colocalization of Mitochondria and Lysosomes

The colocalization of mitochondria and lysosomes indirectly indicated mitophagy. Cells were coincubated with LysoTracker Red (50 nM) and MitoTracker Green (a fluorescent probe for mitochondria that does not depend on MMP, 100 nM, Molecular Probes, Eugene, OR, United States) for 30 min. Then, cells were stained with Hoechst for 10 min followed by three washes with PBS. Fluorescent images were observed with a Zeiss LSM 880 (Zeiss, Germany). Bright green fluorescence represents mitochondria, bright red fluorescence represents lysosomes, and blue fluorescence represents cell nuclei. The number of MitoTracker- and LysoTracker-positive foci indirectly indicated mitophagy.

Transmission Electron Microscopy

Mitochondrial morphology was observed by transmission electron microscopy (TEM). Small fragments of cardiomyocytes (1 mm3 in size) were fixed by immersion in 2.5% glutaraldehyde in cacodylate buffer (0.1 M, pH 7.4) for 2 h. The fragments were rinsed three times in PBS for 10 min each time and then postfixed in 1% osmium tetroxide in cacodylate buffer (0.1 M. pH 7.4) for 2 h. After being rinsed in cacodylate buffer, the fragments were subsequently rinsed three times in PBS for 10 min each time. Then, the fragments were dehydrated in graded ethanol (50, 70, 90, and 100%), rinsed with propylene oxide, permeabilized with a 1:1 mixture of propylene oxide and Epon 812, and then baked in a 38°C oven for 3 h. Then, the above steps were repeated using a 1:2 mixture of propylene oxide and Epon 812. Ultrathin sections (80 nm) were cut with an ultramicrotome (UC7, Leica, Germany), contrast stained with uranyl acetate and lead citrate and examined with an electron microscope (JEM-1400, Japan) operated at 80 kV.

Mitochondria Isolation

The cardiomyocytes were digested with trypsin, homogenized with a homogenizer, and then centrifuged at 600 ×g for 10 min at 4°C. The supernatant was centrifuged at 11,000 ×g for 10 min at 4°C, and the remaining supernatant was discarded. The bottom precipitate was the mitochondria. Mitochondrial lysis buffer (Beyotime, Jiangsu, China) was added to the precipitate to extract mitochondrial proteins for subsequent experiments and analyses.

Immunoblot Analysis

For total protein extraction, the cells were lysed in lysis buffer (Beyotime, Jiangsu, China). Cytoplasmic and mitochondrial proteins were extracted from total proteins using a Cell Mitochondria Isolation Kit (Beyotime, Jiangsu, China). In order to obtain insoluble p62 protein, carbamide was added to the cell lysate. Western blot analysis was performed as previously reported (Xiong et al., 2018). The density of the expressed protein bands was quantified by ImageJ/Fiji software (NIH, Bethesda, MD, United States).

Statistical Analysis

The data are expressed as the means ± SD. Statistical analyses were performed using either one-way analysis of variance or Student’s t-tests (GraphPad Prism 6.0 software, San Diego, CA, Unites States). P-values < 0.05 were considered indicative of statistical significance.

RESULTS

Ang II Induced Cardiomyocyte Injury and Decreased MFN2 Expression

To evaluate the expression changes in MFN2 in AngII-stimulated cardiomyocyte models, we analyzed changes in the expression levels of MFN2, PINK1, and DRP1. Cardiomyocytes were divided into two groups: (1) Control, cells were not treated with Ang II, and (2) Ang II, cells were treated with 1 μM Ang II for 24 h. With increased AngII stimulation time, the expression of MFN2 decreased at 24 h (Figure 1A). The Western blot results of cardiac cells exposed to Ang II (1 μM) for 24 h showed that the expression levels of PINK1 and DRP1 were increased (Figure 1B and Supplementary Figure S1). ROS production was used as an indicator of cardiomyocyte injury induced by Ang II. Compared to the control condition, AngII stimulation significantly increased ROS production as shown by DHE staining, which was observed by red fluorescence intensity (Figure 1C). Additionally, AngII stimulation significantly increased cardiomyocyte apoptosis as shown by TUNEL assay (Figure 1D). Thus, 1 μM Ang II stimulation significantly induced myocardial cell injury after 24 h. These results indicated that in the Ang II model (1 μM, 24 h), the aggravation of cell injury was accompanied by the decrease in MFN2.
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FIGURE 1. Ang II induced cardiomyocyte injury and decreased expression of MFN2. Cardiomyocytes were divided into two groups: (1) Control, cells at 80% confluence cultured without Ang II; and (2) Ang II, 1 μM Ang II added to the cell culture medium for 24 h; (A) Immunoblotting showing the expression of MFN2 for the indicated times. (B) Immunoblotting showing the expression of MFN2, DRP1, and PINK1 in cardiomyocytes. (C) DHE staining showing the oxidative stress activity of cardiomyocytes. DHE staining is shown in red, representing ROS production, and Hoechst staining in the nuclei is shown in blue. (D) Cells were stained with TUNEL. TUNEL-positive cell is shown in green, and DAPI staining in the nuclei is shown in blue. Data are presented as the means ± SD, (n = 3). ∗P < 0.05 vs. Control.



MFN2 Overexpression Prevented Ang II-Induced Cardiomyocyte Injury

To evaluate the effects of MFN2 overexpression on Ang II-induced cardiomyocyte injury, we analyzed intracellular ROS production, MMP and apoptosis rate. Cardiomyocytes were divided into four groups: (1) Control+Ad-Control, cells were transfected with control adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 adenovirus and were not treated with Ang II; (3) Ang II+Ad-Control, cells were transfected with control adenovirus and treated with 1 μM Ang II for 24 h; and (4) Ang II+Ad-MFN2, cells were transfected with MFN2 adenovirus and treated with 1 μM Ang II for 24 h. The ROS product in the Ang II+Ad-MFN2 group was significantly decreased compared to that in the Ang II+Ad-Control group (Figure 2A). Additionally, after transfection with the MFN2-overexpressing adenovirus, JC-1 staining showed that the overexpression of MFN2 mitigated the Ang II-induced reduction in MMP (Figure 2B). Decreased MMP represented the early stage of apoptosis in cells. Moreover, a TUNEL assay showed that overexpression of MFN2 significantly decreased AngII-induced cardiomyocyte apoptosis (Figure 2C). These results indicated that overexpression of MFN2 prevented Ang II-induced injury, including oxidative stress, MMP and cell apoptosis rate.
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FIGURE 2. Overexpression of MFN2 prevented Ang II-induced cardiomyocyte injury. Cardiomyocytes were divided into four groups: (1) Control+Ad-Control, cells were transfected with Control Adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 Adenovirus and were not treated with Ang II; (3) Ang II+Ad-Control, cells were transfected with Control Adenovirus and treated with 1 μM Ang II for 24 h; and (4) Ang II+Ad-MFN2, cells were transfected with MFN2 Adenovirus and treated with 1 μM Ang II for 24 h; (A) DHE staining showing the oxidative stress activity of cardiomyocytes. DHE staining is shown in red, representing ROS production, and Hoechst staining in the nuclei is shown in blue. (B) Fluorescence images of cardiomyocytes stained with JC-1 tracker. J-monomer staining is shown in green, and J-aggregate staining is shown in red. (C) Cells were stained with TUNEL. TUNEL-positive cell is shown in green, and DAPI staining in the nuclei is shown in blue. Data are presented as the means ± SD, (n = 3). ∗P < 0.05 vs. Control+Ad-Control; #P < 0.05 vs. Ang II+Ad-Control.



MFN2 Overexpression Enhanced Cardiomyocyte Mitophagy

We then investigated the effects of MFN2 overexpression on potential changes related to mitophagy in the Ang II model. Cardiomyocytes were divided into four groups: (1) Control+Ad-Control, cells were transfected with control adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 adenovirus and were not treated with Ang II; (3) Ang II+Ad-Control, cells were transfected with control adenovirus and treated with 1 μM Ang II for 24 h; and (4) Ang II+Ad-MFN2, cells were transfected with MFN2 adenovirus and treated with 1 μM Ang II for 24 h. We detected soluble p62, insoluble p62 and LC3B-I/II conversion to comprehensively determine the state of autophagy flow. The results showed that soluble p62 protein decreased, the insoluble p62 did not change significantly, and the LC3B-II/β-actin increased in the Ang II+Ad-MFN2 group compared to that in the Ang II+Ad-Control group. Moreover, We detected p62, PINK1, and Parkin in the mitochondrial fraction. The results of cardiomyocytes exposed to Ang II showed that the expression levels of Mito-P62, Mito-PINK1, and Mito-Parkin were significantly increased. MFN2 overexpression further increased the expression of Mito-P62, Mito-PINK1, and Mito-Parkin in the Ang II+Ad-MFN2 group compared to the Ang II+Ad-Control group. Thus, MFN2 overexpression increased the expression levels of autophagy-associated proteins, including Beclin1, LC3B II/soluble p62, Mito-P62, Mito-PINK1, and Mito-Parkin (Figure 3A). TEM showed that some of the mitochondria in the Control+Ad-Control group and Control+Ad-MFN2 group showed intima swelling. In the Ang II+Ad-Control group, most of the mitochondria showed swelling of the inner and outer membranes, the cytoplasm moved to the periphery, multiple focal vacuoles were present in the stroma, matrix material was lost, part of the mitochondrial swelling caused the membrane rupture, aspect ratio of the mitochondria was decreased, average area and length of the mitochondria was reduced. mitochondrial morphological disorder were ameliorated in the Ang II+Ad-MFN2 group compared to the Ang II+Ad-Control group, and mitochondrial autophagy occurred (Figure 3B). Additionally, fluorescence images of the colocalization of lysosomes and mitochondria showed that the mitochondrial and lysosomal interaction regions (white arrow) were further enhanced in the group overexpressing MFN2 compared to the control group (Figure 3C). These results indicated that overexpression of MFN2 enhanced cardiomyocyte mitophagy and improved mitochondrial quality.
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FIGURE 3. Overexpression of MFN2 enhanced cardiomyocyte mitophagy. Cardiomyocytes were divided into four groups: (1) Control+Ad-Control, cells were transfected with Control Adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 Adenovirus and were not treated with Ang II; (3) Ang II+Ad-Control, cells were transfected with Control Adenovirus and treated with 1 μM Ang II for 24 h; and (4) Ang II+Ad-MFN2, cells were transfected with MFN2 Adenovirus and treated with 1 μM Ang II for 24 h; (A) Immunoblotting showing the expression of Beclin1, Sol.P62, Insol.P62, and LC3B in cardiomyocytes (left) and the expression of P62, PINK1, and Parkin in the mitochondrial fraction (right). (B) TEM showing mitochondrial morphology in cardiomyocytes. An enlarged image in the red frame shows the details of mitochondrial structures. (C) Colocalization of mitochondria and lysosomes indirectly indicated mitophagy. Mitochondria are shown in green, lysosomes are shown in red, and Hoechst staining in the nuclei is shown in blue. An enlarged image in the red frame shows the details of mitochondrial. Data are presented as the means ± SD, (n = 3). ∗P < 0.05 vs. Control+Ad-Control; #P < 0.05 vs. Ang II+Ad-Control.



MFN2 Overexpression Enhanced Mitochondrial Fusion

We next evaluated the effect of MFN2 overexpression on mitochondrial fusion during myocardial injury. Cardiomyocytes were divided into four groups: (1) Control+Ad-Control, cells were transfected with control adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 adenovirus and were not treated with Ang II; (3) Ang II+Ad-Control, cells were transfected with control adenovirus and treated with 1 μM Ang II for 24 h; and (4) Ang II+Ad-MFN2, cells were transfected with MFN2 adenovirus and treated with 1 μM Ang II for 24 h. Fluorescence images of the Ang II+Ad-Control group showed that the mitochondria were changed from filamentous to rounded, and the aspect ratio of the mitochondria was reduced, total area and average length of the mitochondria was reduced (Figure 4A). After transfection with the MFN2-overexpressing adenovirus, mitochondrial elongation was stimulated, total area and average length of the mitochondria was increased in the group overexpressing MFN2 compared to the Ang II+Ad-Control group. TEM showed that the mitochondria morphology of the Ang II+Ad-Control group was short and small and that the number of mitochondria was large. However, after transfection with the MFN2-overexpressing adenovirus, two short and small mitochondria underwent fusion to form large mitochondria (Figure 4B). These results indicated that overexpression of MFN2 enhanced mitochondrial fusion.
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FIGURE 4. Overexpression of MFN2 enhanced cardiomyocyte mitochondrial fusion. Cardiomyocytes were divided into four groups: (1) Control+Ad-Control, cells were transfected with Control Adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 Adenovirus and were not treated with Ang II; (3) Ang II+Ad-Control, cells were transfected with Control Adenovirus and treated with 1 μM Ang II for 24 h; and (4) Ang II+Ad-MFN2, cells were transfected with MFN2 Adenovirus and treated with 1 μM Ang II for 24 h; (A) Mito-Tracker staining indicated mitophagy morphology. Mitochondria are shown in green, and Hoechst staining in the nuclei is shown in blue. An enlarged image in the red frame shows the details of mitochondrial structures. Each sample was quantitatively analyzed under ten random microscope views. Data are presented as the means ± SD, (n = 3). ∗P < 0.05 vs. Control+Ad-Control; #P < 0.05 vs. Ang II+Ad-Control. (B) TEM showing mitochondrial fusion in cardiomyocytes. An enlarged image in the red frame shows the details of mitochondrial structures. Data are presented as the means ± SD, (n = 3). #P < 0.05 vs. Ang II+Ad-Control.



Autophagy Inhibition Reversed the Effects of MFN2

To determine whether MFN2 regulation of mitophagy plays a key role in Ang II-induced cardiomyocyte injury, we treated cardiomyocytes with CQ, an autophagy inhibitor. After Ang II stimulation for 24 h, cells were treated with CQ (10 μM). Cardiomyocytes were divided into six groups: (1) Control+Ad-Control, cells were transfected with control adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 adenovirus and were not treated with Ang II; (3) Control+Ad-MFN2+CQ, cells were transfected with MFN2 adenovirus and treated with the autophagy inhibitor CQ; (4) Ang II+Ad-Control, cells were transfected with control adenovirus and treated with 1 μM Ang II for 24 h; (5) Ang II+Ad-MFN2, cells were transfected with MFN2 adenovirus and treated with 1 μM Ang II for 24 h; and (6) Ang II+Ad-MFN2+CQ, cells were transfected with MFN2 adenovirus and treated with 1 μM Ang II for 24 h and CQ (10 μM). After adding CQ stimulation, the Ang II+Ad-MFN2+CQ group had higher ROS levels (Figure 5A), lower MMP (Figure 5B) and a higher apoptosis rate (Figure 5C) than the Ang II+Ad-MFN2 group. These results indicated that the effects of MFN2 overexpression, which protected against Ang II-induced cardiomyocyte injury, were reversed by CQ.
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FIGURE 5. The effect of MFN2 overexpression was reversed by an autophagy inhibitor. Cardiomyocytes were divided into six groups: (1) Control+Ad-Control, cells were transfected with Control Adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 Adenovirus and were not treated with Ang II; (3) Control+Ad-MFN2+CQ, cells were transfected with MFN2 Adenovirus and treated with autophagy inhibitor CQ; (4) Ang II+Ad-Control, cells were transfected with Control Adenovirus and treated with 1 μM Ang II for 24 h; (5) Ang II+Ad-MFN2, cells were transfected with MFN2 Adenovirus and treated with 1 μM Ang II for 24 h; and (6) Ang II+Ad-MFN2+CQ, cells were transfected with MFN2 Adenovirus and treated with 1 μM Ang II for 24 h and CQ (10 μM). (A) DHE staining showing the oxidative stress activity of cardiomyocytes. DHE staining is shown in red, representing ROS production, and Hoechst staining in the nuclei is shown in blue. (B) Fluorescence images of cardiomyocytes stained with JC-1 tracker. J-monomer staining is shown in green, and J-aggregate staining is shown in red. (C) Cells were stained with TUNEL. TUNEL-positive cell is shown in green, and DAPI staining in the nuclei is shown in blue. ∗P < 0.05 vs. Control+Ad-Control; #P < 0.05 vs. Ang II+Ad-Control; [image: image]P < 0.05 vs. Ang II+Ad-MFN2.



The PINK1/MFN2/Parkin Pathway Regulates Mitophagy in Ang II-Induced Cardiomyocyte Injury

We further tested the PINK1/MFN2/Parkin pathway and the change in the downstream protein Parkin. Cardiomyocytes were divided into four groups: (1) Control+Ad-Control, cells were transfected with control adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 adenovirus and were not treated with Ang II; (3) Ang II+Ad-Control, cells were transfected with control adenovirus and treated with 1 μM Ang II for 24 h; and (4) Ang II+Ad-MFN2, cells were transfected with MFN2 adenovirus and treated with 1 μM Ang II for 24 h. After infection with the MFN2-overexpressing adenovirus, the expression of the MFN2 protein was significantly increased (Figure 6A). Ang II stimulation significantly increased the expression of PINK1 (Figure 6B). The expression of mitochondrial Parkin (mito-Parkin) was significantly increased in the Ang II+Ad-MFN2 group compared with the Ang II+Ad-Control group (Figure 6C). Concurrently, the expression of cytoplasmic Parkin (cyto-Parkin) was decreased, and the total Parkin remained unchanged, indicating that Parkin translocates from the cytoplasm to the mitochondria. Localized to the mitochondria, Ang II stimulation significantly increased the expression of PINK1 (Figure 6D). Additionally, phosphorylation of Parkin (P-Parkin) was increased in the Ang II+Ad-MFN2 group compared with the Ang II+Ad-Control group (Figure 6D). These results indicated that MFN2 promotes Parkin translocation and phosphorylation.


[image: image]

FIGURE 6. Mitofusin 2 promoted mitochondria via the PINK1/MFN2/Parkin pathway. Cardiomyocytes were divided into six groups: (1) Control+Ad-Control, cells were transfected with Control Adenovirus and were not treated with Ang II; (2) Control+Ad-MFN2, cells were transfected with MFN2 Adenovirus and were not treated with Ang II; (3) Ang II+Ad-Control, cells were transfected with Control Adenovirus and treated with 1 μM Ang II for 24 h; (4) Ang II+Ad-MFN2, cells were transfected with MFN2 Adenovirus and treated with 1 μM Ang II for 24 h; (A) Immunoblotting showing the overexpression of MFN2 in cardiomyocytes. (B,C) Immunoblotting showing the expression of PINK1, total Parkin, cyto-Parkin, and mito-Parkin. (D) Immunoblotting showing the expression of PINK1, Parkin, and P-Parkin in the mitochondrial fraction. Data are presented as the means ± SD (n = 3). ∗P < 0.05 vs. Control+Ad-Control; #P < 0.05 vs. Ang II+Ad-Control. (E) Schematic model of the mechanism underlying the regulatory role of MFN2 in Ang II-induced cardiomyocyte injury.



DISCUSSION

Mitochondrial quality control plays a critical role in the development of heart failure (Ingwall, 2004; Turer, 2013; Ryan and Archer, 2015). The regulation of mitophagy-related proteins and mitochondrial fusion-related proteins can affect the progress of cardiac pathology and physiology (Hammerling and Gustafsson, 2014; Murphy et al., 2016). Moreover, protecting mitochondrial function has become a research priority in the prevention and treatment of heart failure and myocardial injury (Doenst et al., 2013; Brown et al., 2017). Using the Ang II-induced cardiomyocyte injury model, our study found that MFN2 expression was downregulated. In a study of pulmonary hypertension, Ryan et al. (2013) found that PGC-1α knockdown resulted in a decrease in Mfn2, while PGC-1α decreased after Mfn2 knockout, indicating an interaction between PGC-1α, and Mfn2. Moreover, Kackstein reported that expression of PGC-1α was decreased after 4 weeks of injection of Ang-II in mice, and skeletal muscle energy metabolism was impaired. They speculated that ROS induced the downregulation of PGC-1α (Kackstein et al., 2013). In our study, AngII induced ROS production, which was accompanied by a decrease in MFN2. A study showed a pathway between PGC-1α, ERRα, and Mfn2. PGC-1α stimulated the activity of the Mfn2 promoter, a process that required the integrity of estrogen-related receptor-α (ERRα)-binding elements (Soriano et al., 2006). The above conclusions speculated that a relationship between AngII-induced ROS, PGC-1α, and Mfn2. As we have shown, AngII stimulation led to MFN2 downregulation. We further found that MFN2 overexpression improves mitochondrial quality by regulating mitochondrial fusion and mitophagy: on the one hand, it increased mitochondrial fusion; on the other hand, it removed damaged mitochondria and maintained the energy required for the continuous mechanical work of cardiomyocytes. These processes were associated with mitochondrial fission, mitochondrial fusion and the mitophagy signaling pathway. Thus, MFN2 is critical for the regulation of Ang II-induced cardiac remodeling by regulating mitochondrial quality control.

To understand the importance of mitochondrial quality control, normal mitochondria use oxidative phosphorylation to generate energy in the form of ATP, which drives almost all biological processes, but the damaged mitochondria become a production site for ROS. An increase in ROS levels will cause a series of adverse reactions. Ang II-induced oxidative stress is critical for pathological processes in the heart (Lin et al., 2016). In particular, excessive ROS production can facilitate autophagy and apoptotic stress. In our present study, the extent of autophagy spontaneously induced by Ang II was not enough to alleviate mitochondrial dysfunction. Excessive ROS can start a chain reaction, leading to the activation of a series of signaling pathways that induce apoptosis. In this study, we also upregulated the expression of MFN2 and observed that it exerted a partial beneficial effect by reducing intracellular ROS levels and enhancing MMP in Ang II-induced cardiomyocytes relative to that in control cells. Thus, mitochondrial autophagy is responsible for alleviating intracellular oxidative stress. Similar findings have been obtained by another study, showing that autophagy protects cells against injury by mitigating intracellular oxidative stress via the IKK signaling pathway (Tang et al., 2015; Kim et al., 2016). These data demonstrate that MFN2 can reduce intracellular ROS production by regulating mitophagy. Autophagy negatively regulates oxidative stress. Moderately activated mitophagy, through the autophagic clearance of damaged mitochondria, blocks the “ROS-induced ROS release” formed by the interaction of ROS with mitochondria.

The integrity of the mitochondrial structure is extremely important for the generation of cellular energy and the maintenance of cardiac function (Murphy et al., 2016; Brown et al., 2017; Melenovsky et al., 2017). A large number of studies have shown that normal mitochondrial function depends on normal mitochondrial dynamics (Song et al., 2015). Mitochondria are dynamic organelles that undergo fission and fusion, constantly moving along microtubules to where energy is most needed. These processes are necessary for normal mitochondria and the mitochondria-intensive distribution of cardiomyocytes. Numerous studies have shown that the loss of fusion and fission proteins is fatal to cells (Youle and van der Bliek, 2012), but the exact underlying mechanism remains unclear. Therefore, we focused on mitochondrial dynamics. Mitochondrial fusion is the transformation of two mitochondria into one larger mitochondrion. There are three proteins involved in the process of mitochondrial fusion. The mitochondrial outer membrane fusion protein is MFN1/2, and the synthesis of the inner membrane depends mainly on OPA1. OPA1 maintains a tight junction of the intima and prevents the leakage of cytochrome C. Chen et al. (2010) demonstrated the necessity of mitochondrial fusion proteins for maintaining mitochondrial DNA stability in skeletal muscle cells. Moreover, an in vivo experimental study found that depletion of MFN2 would lead to cell apoptosis (Peng et al., 2015). Our experiments showed that after Ang II stimulation, the expression of MFN2 decreased, the mitochondria were fragmented, ROS levels were increased, the apoptosis rate were increased and the MMP were decreased. After overexpressing MFN2, the morphology of the mitochondria changed. Fluorescence images of mitochondria show that they change from punctate to elongated; Furthermore, ROS and apoptosis rate were decreased, and MMP was increased. Based on these findings, we demonstrate that MFN2 participated in mitochondrial fusion against AngII-induced cardiomyocyte injury.

Mitofusin 2, a mitochondrial dynamics-related protein, has other functions that are more important than mitochondrial fusion, such as autophagy, which removes damaged mitochondria. This process prevents mitochondria from undergoing unnecessary fission and fusion. MFN2 is a mitochondrial outer membrane fusion protein and Parkin ubiquitination substrate (Gegg et al., 2010). MFN2 is abundantly expressed in the cardiomyocyte cytoplasm and mitochondria and regulates mitochondrial homeostasis by regulating mitochondrial autophagy signaling. The PINK1-MFN2-Parkin signaling pathway plays a critical role in regulating mitophagy. Chen’s group reported that in genetically normal cardiomyocytes, mitochondrial uncoupling with FCCP resulted in Parkin redistribution into intracellularly mitochondria-rich regions, whereas in MFN2-depleted cells, Parkin diffused in the cytoplasm, indicating that endogenous MFN2 promotes the need for Parkin localization to depolarize mitochondria. Strategies to increase mitophagy can improve cardiomyocyte mitochondrial quality. Although the increased mitophagy activity at stage of cardiomyocyte progressive injury is physiologically adaptive, the magnitude and impact of this adaption can be significantly limited by some factors. Our study show that in the Ang II stimulation model, elevated autophagy activity was accompanied by high levels of oxidative stress and apoptosis, and this physiological adaptation could not improve the injury caused by AngII. Due to the consumption of MFN2 was not sufficient to promote more Parkin to translocate to the mitochondria. Moreover, with the consumption of MFN2, the mitochondrial quality control pathway of PINK1-Parkin is disrupted, leading to an accumulation of mitochondrial abnormalities and cardiotoxicity. We found that overexpression of MFN2 promoted Parkin translocation and phosphorylation and upregulated the expression of autophagy-related proteins in the Ang II model, thereby regulating mitophagy to clear damaged mitochondria. However, the effects of MFN2 overexpression, which protected against Ang II-induced cardiomyocyte injury, were reversed by CQ. MFN2-induced mitophagy interrupted the chain reaction caused by the damaged mitochondria, prevented the amplification of oxidative stress and prevented cardiomyocyte injury. Moreover, MFN2 promoted mitochondrial fusion and improved mitochondrial quality. Thus, MFN2 Participated in mitophagy and mitochondrial fusion against AngII-induced cardiomyocyte injury.

CONCLUSION

As shown in the mechanism diagram (Figure 6E), this study demonstrates that MFN2 promotes Parkin translocation and phosphorylation, leading to mitophagy to clear damaged mitochondria. Concurrently, MFN2 participates in mitochondrial fusion to maintain mitochondrial quality. Taken together, these results indicate that MFN2 mediates both mitophagy and mitochondrial fusion in Ang II-induced cell injury and that regulation of MFN2 and PINK1/MFN2/Parkin pathway-mediated mitophagy and mitochondrial fusion may has a compensatory, protective role in Ang II-induced injury.

ETHICS STATEMENT

All procedures were approved by the Animal Care and Use Committee of Southern Medical University. The investigation conformed to the Guide for the Care and Use of Laboratory Animals published by the US National Institutes of Health (NIH Publication No. 85–23, revised 1996).

AUTHOR CONTRIBUTIONS

WX, HR, and DX conceived, designed, and coordinated the study. WX, ZM, DA, ZL, and WC participated in the experiments and carried out the data analysis. WX drafted the manuscript. YB and QZh involved in the data interpretation and revised the manuscript. WL and QZe involved in the study design.

FUNDING

This work was supported by the National Natural Science Foundation of China (81670367 and 81270320), and partly supported by The National Key Research and Development Program of China (2017YFC 1308304) and the Science and Technology Planning Project Foundation of Guangzhou (201707020012).

ACKNOWLEDGMENTS

We thank the staff of State Key Laboratory of Organ Failure Research, Department of Cardiology, Nanfang Hospital, Southern Medical University.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online at: https://www.frontiersin.org/articles/10.3389/fphys.2019.00411/full#supplementary-material

FIGURE S1 | overexpression of MFN2 affected Drp1.

ABBREVIATIONS

Ang II, angiotensin II; LC3B, microtubule-associated protein 1 light chain 3 beta; MFN2, mitofusin 2; MMP, mitochondrial membrane potential; PINK1, PTEN induced putative kinase 1; ROS, reactive oxygen species.

REFERENCES

Brown, D. A., Perry, J. B., Allen, M. E., Sabbah, H. N., Stauffer, B. L., Shaikh, S. R., et al. (2017). Expert consensus document: mitochondrial function as a therapeutic target in heart failure. Nat. Rev. Cardiol. 14, 238–250. doi: 10.1038/nrcardio.2016.203

Burchfield, J. S., Xie, M., and Hill, J. A. (2013). Pathological ventricular remodeling: mechanisms: part 1 of 2. Circulation 128, 388–400. doi: 10.1161/CIRCULATIONAHA.113.001878

Cao, Y. L., Meng, S., Chen, Y., Feng, J. X., Gu, D. D., Yu, B., et al. (2017). MFN1 structures reveal nucleotide-triggered dimerization critical for mitochondrial fusion. Nature 542, 372–376. doi: 10.1038/nature21077

Chen, H., Vermulst, M., Wang, Y. E., Chomyn, A., Prolla, T. A., McCaffery, J. M., et al. (2010). Mitochondrial fusion is required for mtDNA stability in skeletal muscle and tolerance of mtDNA mutations. Cell 141, 280–289. doi: 10.1016/j.cell.2010.02.026

Chen, Y., and Dorn, G. W. II (2013). PINK1-phosphorylated mitofusin 2 is a Parkin receptor for culling damaged mitochondria. Science 340, 471–475. doi: 10.1126/science.1231031

Doenst, T., Nguyen, T. D., and Abel, E. D. (2013). Cardiac metabolism in heart failure: implications beyond ATP production. Circ. Res. 113, 709–724. doi: 10.1161/CIRCRESAHA.113.300376

Gegg, M. E., Cooper, J. M., Chau, K. Y., Rojo, M., Schapira, A. H., and Taanman, J. W. (2010). Mitofusin 1 and mitofusin 2 are ubiquitinated in a PINK1/parkin-dependent manner upon induction of mitophagy. Hum. Mol. Genet. 19, 4861–4870. doi: 10.1093/hmg/ddq419

Hammerling, B. C., and Gustafsson, A. B. (2014). Mitochondrial quality control in the myocardium: cooperation between protein degradation and mitophagy. J. Mol. Cell Cardiol. 75, 122–130. doi: 10.1016/j.yjmcc.2014.07.013

Hill, J. A., and Olson, E. N. (2008). Cardiac plasticity. N. Engl. J. Med. 358, 1370–1380. doi: 10.1056/NEJMra072139

Ingwall, J. S. (2004). Transgenesis and cardiac energetics: new insights into cardiac metabolism. J. Mol. Cell Cardiol. 37, 613–623. doi: 10.1016/j.yjmcc.2004.05.020

Kackstein, K., Teren, A., Matsumoto, Y., Mangner, N., Mobius-Winkler, S., Linke, A., et al. (2013). Impact of angiotensin II on skeletal muscle metabolism and function in mice: contribution of IGF-1, Sirtuin-1 and PGC-1alpha. Acta Histochem. 115, 363–370. doi: 10.1016/j.acthis.2012.09.009

Kim, D. I., Lee, K. H., Gabr, A. A., Choi, G. E., Kim, J. S., Ko, S. H., et al. (2016). Abeta-Induced Drp1 phosphorylation through Akt activation promotes excessive mitochondrial fission leading to neuronal apoptosis. Biochim. Biophys. Acta 1863, 2820–2834. doi: 10.1016/j.bbamcr.2016.09.003

Klionsky, D. J. (2008). Autophagy revisited: a conversation with Christian de Duve. Autophagy 4, 740–743. doi: 10.4161/auto.6398

Levine, B., and Kroemer, G. (2008). Autophagy in the pathogenesis of disease. Cell 132, 27–42. doi: 10.1016/j.cell.2007.12.018

Lin, L., Liu, X., Xu, J., Weng, L., Ren, J., Ge, J., et al. (2016). Mas receptor mediates cardioprotection of angiotensin-(1-7) against Angiotensin II-induced cardiomyocyte autophagy and cardiac remodelling through inhibition of oxidative stress. J. Cell Mol. Med. 20, 48–57. doi: 10.1111/jcmm.12687

Lyon, R. C., Zanella, F., Omens, J. H., and Sheikh, F. (2015). Mechanotransduction in cardiac hypertrophy and failure. Circ. Res. 116, 1462–1476. doi: 10.1161/CIRCRESAHA.116.304937

Maillet, M., van Berlo, J. H., and Molkentin, J. D. (2013). Molecular basis of physiological heart growth: fundamental concepts and new players. Nat. Rev. Mol. Cell Biol. 14, 38–48. doi: 10.1038/nrm3495

Mehta, P. K., and Griendling, K. K. (2007). Angiotensin II cell signaling: physiological and pathological effects in the cardiovascular system. Am. J. Physiol. Cell Physiol. 292, C82–C97. doi: 10.1152/ajpcell.00287.2006

Melenovsky, V., Petrak, J., Mracek, T., Benes, J., Borlaug, B. A., Nuskova, H., et al. (2017). Myocardial iron content and mitochondrial function in human heart failure: a direct tissue analysis. Eur. J. Heart Fail. 19, 522–530. doi: 10.1002/ejhf.640

Melser, S., Lavie, J., and Benard, G. (2015). Mitochondrial degradation and energy metabolism. Biochim. Biophys. Acta 1853(10 Pt B), 2812–2821. doi: 10.1016/j.bbamcr.2015.05.010

Murphy, E., Ardehali, H., Balaban, R. S., DiLisa, F., Dorn, G. W. II, Kitsis, R. N., et al. (2016). Mitochondrial function, biology, and role in disease: a scientific statement from the american heart association. Circ. Res. 118, 1960–1991. doi: 10.1161/RES.0000000000000104

Peng, C., Rao, W., Zhang, L., Wang, K., Hui, H., Wang, L., et al. (2015). Mitofusin 2 ameliorates hypoxia-induced apoptosis via mitochondrial function and signaling pathways. Int. J. Biochem. Cell Biol. 69, 29–40. doi: 10.1016/j.biocel.2015.09.011

Rojo, M., Legros, F., Chateau, D., and Lombes, A. (2002). Membrane topology and mitochondrial targeting of mitofusins, ubiquitous mammalian homologs of the transmembrane GTPase Fzo. J. Cell Sci. 115(Pt 8), 1663–1674.

Ryan, J. J., and Archer, S. L. (2015). Emerging concepts in the molecular basis of pulmonary arterial hypertension: part I: metabolic plasticity and mitochondrial dynamics in the pulmonary circulation and right ventricle in pulmonary arterial hypertension. Circulation 131, 1691–1702. doi: 10.1161/CIRCULATIONAHA.114.006979

Ryan, J. J., Marsboom, G., Fang, Y. H., Toth, P. T., Morrow, E., Luo, N., et al. (2013). PGC1alpha-mediated mitofusin-2 deficiency in female rats and humans with pulmonary arterial hypertension. Am. J. Respir. Crit. Care Med. 187, 865–878. doi: 10.1164/rccm.201209-1687OC

Santel, A., and Fuller, M. T. (2001). Control of mitochondrial morphology by a human mitofusin. J. Cell Sci. 114(Pt 5), 867–874.

Song, M., Mihara, K., Chen, Y., Scorrano, L., and Dorn, GW 2nd (2015). Mitochondrial fission and fusion factors reciprocally orchestrate mitophagic culling in mouse hearts and cultured fibroblasts. Cell Metab 21, 273–285. doi: 10.1016/j.cmet.2014.12.011

Soriano, F. X., Liesa, M., Bach, D., Chan, D. C., Palacin, M., and Zorzano, A. (2006). Evidence for a mitochondrial regulatory pathway defined by peroxisome proliferator-activated receptor-gamma coactivator-1 alpha, estrogen-related receptor-alpha, and mitofusin 2. Diabetes Metab. Res. Rev. 55, 1783–1791. doi: 10.2337/db05-0509

Tang, Y., Li, J., Li, F., Hu, C. A., Liao, P., Tan, K., et al. (2015). Autophagy protects intestinal epithelial cells against deoxynivalenol toxicity by alleviating oxidative stress via IKK signaling pathway. Free Radic. Biol. Med. 89, 944–951. doi: 10.1016/j.freeradbiomed.2015.09.012

Trachtenberg, B. H., and Hare, J. M. (2017). Inflammatory cardiomyopathic syndromes. Circ. Res. 121, 803–818. doi: 10.1161/CIRCRESAHA.117.310221

Turer, A. T. (2013). Using metabolomics to assess myocardial metabolism and energetics in heart failure. J. Mol. Cell Cardiol. 55, 12–18. doi: 10.1016/j.yjmcc.2012.08.025

van Berlo, J. H., Maillet, M., and Molkentin, J. D. (2013). Signaling effectors underlying pathologic growth and remodeling of the heart. J. Clin. Investig. 123, 37–45. doi: 10.1172/JCI62839

Xiong, W., Hua, J., Liu, Z., Cai, W., Bai, Y., Zhan, Q., et al. (2018). PTEN induced putative kinase 1 (PINK1) alleviates angiotensin II-induced cardiac injury by ameliorating mitochondrial dysfunction. Int. J. Cardiol. 266, 198–205. doi: 10.1016/j.ijcard.2018.03.054

Youle, R. J., and van der Bliek, A. M. (2012). Mitochondrial fission, fusion, and stress. Science 337, 1062–1065. doi: 10.1126/science.1219855

Zhou, L. Y., Liu, J. P., Wang, K., Gao, J., Ding, S. L., Jiao, J. Q., et al. (2013). Mitochondrial function in cardiac hypertrophy. Int. J. Cardiol. 167, 1118–1125. doi: 10.1016/j.ijcard.2012.09.082

Conflict of Interest Statement: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

Copyright © 2019 Xiong, Ma, An, Liu, Cai, Bai, Zhan, Lai, Zeng, Ren and Xu. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.

OPS/images/fphys-10-00411-g002.jpg
o

Ad

Hoechst

Ad

Ad

Ad

J-monomer

TUNEL
DAPI

50pm

50pm

Ad

ontro
Ad-Co
Ad
ontro
Ad-Co
Ad
ontro






OPS/images/fphys-10-00411-g001.jpg
© ~ -
HAdVO/IMNId

x —5 L%

——r— V)
0 < v < 0 =
o~ (3] E i o o
HAadvo/Ldyad
* — L
%
V
_ .o«&o
3 2 s 9
- o o
HAdVO/ZNAIN
c B
g & ¥ g
L Z2 <
= oo O
=] - <
= N
C
<I A
sl 1 I
-~— ’
[
o . =
o Ll e
o I
N QO
T Z Qa
o WL <
= O
R ]
= - .m
2
<l )| 8
o] “ '
& HAdVO/ZNAIN

12 24 48 72 (Hour)

6

0

Ang I

Control

(=]

(&]

S[[99 [8103 9,
s[190 onoydody

ablio

T1aNNL

Suturess gHJ Jo
JUDISAION] | UBIA

3Hd

\\
X %
Q
.QQO
O
w ° © °





OPS/images/fphys-10-00411-g004.jpg
Control Ang 11

Ad-Control Ad-MFN2 Ad- Control Ad-MFEN2
E
)
()]
me
= Ad-Control . =3 Ad-Control —~ = Ad-Control
g Ad-MFN2 £ 20 == Ad-MFN2 §_1 i Ad-MFN2
# % 8
S20 N% 15 # 8’8
© o 5 L o010 #
5" * 828, * 05
(] © O (o) Ne}
1.0 < Q0 @ =
7} o=a s o E05 *
<os g é g
2 S
0.0 T T :: (] ¥ ¥ “60.0 ¥ T
Control Ang 11 s} Control Ang 11 Control Ang 11
An 11+Ad-Control Detail Ang IT1+Ad- MFN2 Detall = Ang II+Ad-Control
i ﬂg@ﬂﬁal o v v Ji - A 7 . emAng [I+Ad-MFN2
: \g_/ 1.0 #
£ -g 0.8
28
D O 0.6
05
DL 0.4
E>3 €
z :C: 0.24
“6 0.0+






OPS/images/fphys-10-00411-g003.jpg
(9]

Control Ang 1T Control Ang 1T Control | _Ang Il
[ —— S R N Y | B L
&= e LC3B-I S E Mito-PINK1
‘ - S LC3B-II |- G == | Sol.P62 %)
I- .{L- -%B -actin |— -—— —-| B-actin é III Mite-Parkin
A \‘0 AN \ \ il
QOQ << \§< {\\‘0 ((é—), (’\\‘0 <<$r1, —— — - COX-IV
¥ vb' RSN © & &
LA S S &N F S
S W& ¥
28 * # # e 40 * # mm Control+Ad-Control
20 * %31 Fﬂ # = Control+Ad-MFN2
15 : # *~ @ Ang Il +Ad-Control
1.0 # 4 * O Ang 1T +Ad-MFN2
3
0.5 2
. |
- 0.0
Beclin-1 LC3b-Il Insol.P62 Sol.P62 * Vito-P62 Mito-PINKT Mito-Parkin
/B-actin /B-actin /B-actin /B-actin ICOX-IV /COXAV  /COX-IV
= Ad-Control
Control Ang 11 = Ad-MFN2

The number of

_Ad-Control Ad-MFN2 _Ad-Control Ad MFN2 m,o\” #
[) c %2 3
[ 22
o Q
g .9 0.1
>y = S
Ll 0. . !
|—§ i Control Ang 11
= Ad-Control = Ad-Control —~ o=Ad-Control —~  ©=Ad-Control
= Ad-MFN2 = Ad-MFN2 E  =Ad-MFN2 E  =Ad-MFN2
60 0 " o4 =210
8 ©.© £ 0
S= '% 15 * g-‘é 03 # g"B o8 #
_é g* % 10 g)-g * = é oe %
— 3 0.2
gz, 2 £ g8
s < 05 :: € o1 o€ -
2 <
0 J ! 0.0 ! | < 00 ! ! < oo ! !
Control Ang 1T Control Ang 11 ‘s Control Ang 11 ‘S Control Ang 11
Control Ang 11
Ad-Control Ad-MFN2 Ad-Control Ad-MFN2
. = Ad-Control
= Ad-MFN2 #
23°
=
55 *
33

=

Control Ané I





OPS/images/fphys-10-00411-i001.jpg





OPS/images/cross.jpg
3,

i





OPS/images/cover.jpg
, frontiers
in Physiology

Mitofusin 2 Participates in
Mitophagy and Mitochondrial
Fusion Against Angiotensin
II-Induced Cardiomyocyte Injury









OPS/images/logo.jpg
, frontiers
in Physiology





OPS/images/fphys-10-00411-g006.jpg
A Ad-Control Ad-MFN2 B Control Ang 1T
£ % £, =Ad-Control #
-_ —-—-|MFN2 [ s — —] PINK1 8 . S =Ad-MFN2 4
- g’
pr——— T L B-actin = g
= E 0.5
d 9 & 9
(’\é $ (’\\" % o 0.0
b’c’o b§< c'c’o o§< N S Control  Ang II
Lol SO S RSN\
C  Control Ang 11 L
S— Mito Parkin - =Ad-Control > =Ad-Control
B 15, =Ad-MFN2 % o=Ad-MFN2  #
—— — | COX-V k4 8
E 10 o, *
s s s s | Total Parkin z * <
g * # g
— Cyto Parkin 2., s,
_ O  Control Angll S Control Angll
w— e s s | 3-actin
S 9 & 9
& & & &
5’00 6§< 6,00 69(( =Ad-Control
LA S G >, =AdNMFN2 4
. & ) Angiotensin 11
D Mitochondrial: 5 * E
Control Ang II Qs
! 2
p— z,
S| PINK1 g
Control  Ang Il
- .. - p'F’arkinS65 Mitochondria
W s s s | Parkin < ., =Ad-Control
L |mAGMENZ  # Dl
o * ) network
I---- COX-IV T Mitophagy
3
O A\ E 1
O U & U
00& @Qé Oo& \§<$ Eo
\}c vc \?p ?§> Control  Ang Il





OPS/images/fphys-10-00411-g005.jpg
Ang 11

Control

Ad-MFN2 + CQ

Ad-MFN2

Ad-MFN2

Ad-Control

Ad-Control

Jiaggregate

<« f - DO+ZNHN-PY
*+ N eNAN-PY
x L 10JU0D-PY

00
F CNJN-PY
r[0U0D-pY

L T

<) ) =) )

S[[99 [8101 %,
s[199 anoydody

0

<« L} DO+2N4AN-PY
+ N CNSN-PY
% fHosnu0o-py
S E fee
—E= [eNdW-pY
[ Honuod-py

sos
- - =} =

uaalb o} pai jo onel

@0U82saIoN|4 UBS|\

< OO+ZN4N-PY
+ C¢N4N-PY
X [0U0D-PY
00
¢N4dN-PY
[0UOD-PY

L o Ww o w o

l-Or  13NNL 8Bl

o Buiuiels IHQ Jo
8ouaosalon|{ Uesp

Ang 11

Ang 11

Ang 11





