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Abstract
Background
Cardiac dysfunction is well-described in endotoxemia and diagnosed in up to 60% of patients with endotoxic shock. ATP-sensitive potassium (KATP) channels are critical to cardiac function. This study investigates the role of Kir6.2 subunits of KATP channels on cardiac dysfunction in lipopolysaccharide (LPS)-induced endotoxemia.

Methods
Kir6.2 subunits knockout (Kir6.2−/−) and wild-type (WT) mice were injected with LPS to induce endotoxemia. Cardiac function was monitored by echocardiography. Left ventricles were taken for microscopy (both light and electron) and TUNEL examination. Serum lactate dehydrogenase (LDH) and creatine kinase (CK) activities, and tumor necrosis factor-α (TNF-α) levels in both serum and left ventricular tissues were determined.

Results
Compared to WT, Kir6.2−/− mice showed significantly declined cardiac function 360 min after LPS administration, aggravated myocardial damage and elevated serum LDH and CK activities. Apoptotic cells were obviously increased in heart tissues from Kir6.2−/− mice at 90, 180 and 360 min. TNF-α expression in both serum and heart tissues of Kir6.2−/− mice was significantly increased.

Conclusions
We conclude that Kir6.2 subunits are critical in resistance to endotoxemia-induced cardiac dysfunction through reducing myocardial damage by inhibition of apoptosis and inflammation. KATP channels blockers are extensively used in the treatment of diabetes, their potential role should therefore be considered in the clinic when patients treated with antidiabetic sulfonylureas are complicated by endotoxemia.
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Background
Endotoxemia is one of the leading causes of death in the critically ill patients [1]. Cardiac dysfunction is well-described in endotoxemia and diagnosed in up to 60% of patients with endotoxic shock [2]. More importantly, cardiac dysfunction is one of the key manifestations in clinical endotoxemia that contributes to significant morbidity and mortality in patients in intensive care units [3].
Cardiac dysfunction in endotoxemia is a complex pathophysiological process and the precise mechanisms responsible for myocardial dysfunction in the setting of endotoxemia remain to be unraveled. It is suggested that pro-inflammatory cytokines, such as tumor necrosis factor-α (TNF-α), act directly or indirectly to depress cardiac function resulting in endotoxemia-induced myocardial dysfunction [4, 5], and inhibition of the production of inflammatory mediators in the heart attenuates lipopolysaccharide (LPS)-induced myocardial dysfunction [6]. Apoptosis plays an important role in LPS-induced cardiac dysfunction; inhibition of cardiac apoptosis pharmacologically by various treatments prevents LPS-induced myocardial dysfunction [7, 8]. Convincing evidence suggests that myocardial dysfunction is closely related to pro-inflammatory cytokines and cardiac apoptosis.
The ATP-sensitive potassium (KATP) channel is an octameric (4:4) complex of two different types of protein subunit: an inward rectifier potassium channel (Kir6.1 or Kir6.2) and a sulfonylurea receptor (SUR1 or SUR2) [9]. The cardiac KATP channels are composed of Kir6.2 subunits in combination with SUR2A [10]. Studies suggest that opening KATP channels prevents activation of inflammation and production of a variety of pro-inflammatory factors in microglial cells [11], and blocks cardiocyte apoptosis in ischemia-reperfusion [12]. KATP channels are also believed to play an essential role in cardiovascular adaptive response under the challenge of stress [13]. Furthermore, Buckley et al. proposed that KATP channels opening might actually represent a protective mechanism against cellular damage in endotoxemia [10]. However, the role of Kir6.2 subunits of KATP channels in endotoxemia-induced cardiac dysfunction is unknown. We hypothesized that the Kir6.2 subunits protects cardiac function through reducing myocardial damage by inhibition of apoptosis and inflammation in endotoxemia. In this work, using Kir6.2−/− mice, the role of Kir6.2 on cardiac dysfunction was investigated in LPS-induced endotoxemia.

Methods
Experimental animals
Male mutant mice (20–25 g) lacking Kir6.2-containing KATP channels were generated by targeted disruption of the gene coding for Kir6.2 in the Model Animal Research Center of Nanjing University (AAALAC accredited). Wild-type (WT) littermates were used as controls. Knockout of the Kir6.2 gene was confirmed by RT-PCR (Additional files 1, 2 and 3: Figure S1-S3). Animals were housed under conditions of controlled temperature (22-24°C), 12-h light and 12-h dark cycles (8:00–20:00 light, 20:00–8:00 dark), with free access to food and tap water. All the animals used in this work received humane care in compliance with the institutional animal care guidelines and the Guide for Care and Use of Laboratory Animals published by the National Institutes of Health.

Endotoxemia model
The endotoxemia was modeled by administration of LPS (Escherichia coli, 0111:B4, Sigma Chemical Co.) referred to previous studies [14, 15]. Briefly, LPS was dissolved in sterile saline to a concentration of 1.0 mg/ml. Mice (both WT and Kir6.2−/−) were injected with LPS 20 mg/kg intraperitoneally to induce endotoxemia. Mice that were treated with sterile saline served as control.

Echocardiography
Echocardiographic assessment of cardiac function in mice was examined as described previously [16]. Mice were lightly anesthetized with isoflurane in 100% oxygen 360 min after LPS injection. Transthoracic echocardiography was performed using a 30 MHz high frequency scanhead (VisualSonics Vevo770, VisualSonics Inc. Toronto, Canada). All measurements were averaged for five consecutive cardiac cycles. Echocardiographic assessment of left ventricular ejection fraction (EF) and fraction of shortening (FS) was performed.

Light and electron microscopy
Changes of left ventricles were examined morphologically as described previously [17]. Mice were anesthetized with pentobarbital sodium (100 mg/kg). Hearts were removed 90 min, 180 min and 360 min after LPS administration. The left ventricles were immersed in a 4% solution of paraformaldehyde in PBS and were fixed in this solution for 24 h. For light microscopy, tissues were washed, dehydrated in a graded ethanol series and embedded in paraffin. Sections (4 μm) were cut transversely, and then stained with hematoxylin and eosin (HE) for light microscopic investigation at a final magnification of 400. For electron microscopy, tissues were fixed as described above and then postfixed with osmium tetraoxide, dehydrated in a graded ethanol series and embedded in epoxy resin. Samples were sectioned (50 nm), counterstained with uranyl acetate and lead citrate and observed with a Hitachi H-800 Transmission Electron Microscope (Hitachi, Japan).

TUNEL study
Apoptotic changes of the left ventricle were analyzed by a TUNEL method with a commercial kit (Boehringer Mannheim, Mannheim, Germany). Sections (5 μm thickness) were collected on glass slides coated with poly L-lysine. The nuclear DNA fragmentation of apoptotic cells was labeled in situ using the TUNEL method. Briefly the sections were first deparaffinized and treated 15 min with 20 mg/ml proteinase K (Boehringer Mannheim) in 0.1 mol/L Tris–HCl buffer (pH 7.4). They were then treated with 2% hydrogen peroxide for 5 min and incubated with 0.3 U/ml TdT buffer (Life Technologies, Gaithersburg, MD, USA) and 0.04 nmol/ml biotinylated dUTP (Boehringer Mannheim) in TdT buffer at 37°C for 60 min. The sections were incubated for 10 min with 2% bovine serum albumin, followed by 30 min in peroxidase-conjugated streptavidin (DAKO, Carpinteria, CA, USA) diluted 1: 300 with phosphate-buffered saline. Peroxidase activity in the sections was visualized by the addition of 0.025% 3, 3-diaminobenzidine tetrahydrochloride in 0.05 mol/L Tris–HCl buffer (pH 7.4) solution containing 0.01% hydrogen peroxide for 5 min. Omission of the TdT enzyme in the TUNEL reaction was used as a negative control and resulted in no staining. Tonsil tissue was used as a positive control. Apoptosis was evaluated by computer-assisted image analysis system (LEICA QUIPS, LEICA Imaging Systems LTD, England) and the results were calculated as the number of positive-staining nuclei per 1,000 cells. For these counts, 2,000 cells were randomly selected from each specimen [18].

CK and LDH analysis
Mice were anesthetized with pentobarbital sodium (100 mg/kg), blood samples were collected 360 min after LPS administration and stored at 4°C for 24 h. Then the samples were centrifuged at 3,000 g for 10 min at 4°C, and the serum was collected. Serum CK and LDH activities were measured by using commercial kits (Shanghai Changzheng Biotech Ltd, China).

Enzyme linked immunosorbent assay
Blood samples were collected 90, 180 and 360 min after LPS administration, and centrifuged at 3,000 g for 10 min at 4°C to collect serum. The serum was kept at −80°C until analyzed. The levels of TNF-α was measured with commercial ELISA kits (R&D Systems, Minneapolis, MN, USA).
Left ventricles were harvested 360 min after LPS administration and washed three times in PBS, homogenized, centrifuged at 11,000 g at 4°C for 15 min, and the supernatant was obtained. Protein was quantified with a BCA Protein Assay Kit (Tiangen, Beijing, China) and then the levels of TNF-α was measured with commercial ELISA kits (R&D Systems, Minneapolis, MN, USA).

Western blot analysis
Protein extraction and concentration determination were the same as described in ELISA. Samples of about 30 μg were run on 10% SDS-PAGE. The proteins were then electrotransferred to nitrocellulose filter membranes. The membranes were incubated in PBS containing 5% non-fat dry milk for 4 h at 25°C. The blots were then incubated for 2 h at 25°C with primary antibodies for Kir6.1 (1:200; Alomone Labs Ltd, Israel), and then incubated with IRDye 800CW-conjugated goat anti-rabbit secondary antibody (1:5,000; Rockland, USA) for 1 hour at 25°C. The infrared fluorescence image was obtained using Odyssey infrared imaging system (Li-Cor Bioscience, Lincoln, NE), and the band were quantified by Image J software (NIH, USA).

Statistical analysis
Values are expressed as mean ± SEM. Differences between two groups were evaluated by Student’s unpaired t-test. P<0.05 was considered statistically significant.


Results
Kir6.1 subunits keeps unchanged in heart tissues of Kir6.2−/− mice
To examine whether the expression of Kir6.1 subunits of KATP channels were compensatory altered by genetic ablation of Kir6.2, we compared the expression of Kir6.1 subunits in the left ventricular tissues between WT and Kir6.2−/− mice, and found that levels of Kir6.1 subunits were similar between the two groups (1.1 ± 0.09 vs 1.0 ± 0.03, n=3, Figure 1).[image: A12933_2013_Article_656_Fig1_HTML.jpg]
Figure 1Unchanged Kir6.1 subunits expression in heart tissues in Kir6.2
                            −/−
                          mice. Data are expressed as means ± SEM (n=3 per group).





Kir6.2−/− deteriorates cardiac function
As is shown in Figure 2A, the effects of Kir6.2 subunits on cardiac function was assessed with or without LPS treatment (n=10 per group). Echocardiographic examination showed that the baseline values of cardiac function, assessed by EF and FS, were similar between WT and Kir6.2−/− mice though the values of Kir6.2−/− mice were slightly lower. LPS treatment caused significant increase of both EF (86 ± 3 vs 73 ± 4 percent, P<0.05, Figure 2B) and FS (55 ± 4 vs 41 ± 3 percent, P<0.05, Figure 2C) when compared with the baseline value in WT mice. However, LPS treatment resulted in lesser EF (56 ± 3 vs 66 ± 2 percent, P<0.05, Figure 2B) and FS (28 ± 2 vs 35 ± 1 percent, P<0.05, Figure 2C) in Kir6.2−/− mice.[image: A12933_2013_Article_656_Fig2_HTML.jpg]
Figure 2Lack of Kir6.2 subunits deteriorates cardiac function in mice following LPS treatment (A, representative echocardiograms). Unlike WT mice, Kir6.2−/− mice failed to augment cardiac performance 360 min after LPS administration, and progressed to significant depression of ventricular function as determined by left ventricular ejection fraction (EF, B) and fraction of shortening (FS, C). *P<0.05 compared with Control (unpaired t test). Data are expressed as means ± SEM (n=10 per group).





Kir6.2−/− aggravates myocardial damage
To examine the role of Kir6.2 in the pathologic process of myocardial impairment during endotoxemia, histological analysis were performed 360 min after LPS challenge (n=6 in each group). Morphological examination displayed no significant differences in heart tissues of WT and Kir6.2−/− mice under both light and electron microscopy levels. After LPS challenge, hearts from WT mice displayed a mild feature of myocardial damage, including irregular arrangement and mild degeneration of cardiocytes and slight rupture of myocardial fibers. Consistent with the results from light microscopy, electron microscopic examination showed similar phenomena. After LPS challenge, the ultrastructure of cardiocytes in WT mice showed disarray with swollen, vagueness of the mitochondrial membrane and amorphous deposit-laden mitochondria. Compared with these changes found in time-matched WT mice, these lesions were considerably more severe in Kir6.2−/− mice (Figure 3).[image: A12933_2013_Article_656_Fig3_HTML.jpg]
Figure 3Morphological analysis of myocardial damage in WT and Kir6.2
                            −/−
                          mice 360 min after LPS administration. Representative light and electron micrographs of the left ventricular tissues indicate that LPS-induced endotoxemia caused more severe myocardial damage in Kir6.2−/− mice than in WT mice (n = 6 per group). Mt, mitochondria; Mf, myofiber.




In addition, serum LDH and CK activities, markers for the confirmation of myocardial injury, were determined 360 min after LPS administration (n=10 in each group). Lack of Kir6.2 subunits itself did not influence the levels of LDH and CK when compared with WT mice. LPS challenge induced greater levels of LDH and CK in WT and Kir6.2−/− mice. Furthermore, the level of serum LDH in Kir6.2−/− mice was significantly higher than in WT mice serum (1787 ± 137 U/L vs 507 ± 52 U/L, P<0.01, Figure 4A). Similarly, serum CK level was also greater in Kir6.2−/− group (2271 ± 218 U/L vs 644 ± 49 U/L, P<0.01, Figure 4B).[image: A12933_2013_Article_656_Fig4_HTML.jpg]
Figure 4Serum lactate dehydrogenase (LDH, A) and creatine kinase (CK, B) levels were significantly elevated in Kir6.2
                            −/−
                          mice following LPS treatment. **P<0.01 compared with WT (unpaired t test); #P<0.05, ##P<0.01 compared with Control (unpaired t test). Data are expressed as means ± SEM (n=10 per group).





Kir6.2−/− exacerbates myocardial apoptosis
Apoptosis has been recognized as a major contributor in endotoxemia-induced cardiac dysfunction. Thus, the role of Kir6.2 in myocardial apoptosis was examined. Apoptotic cells were only occasionally appeared in sections of left ventricles in either WT or Kir6.2−/− mice. LPS injection caused significant apoptosis in both kinds of mice. However, apoptotic cells were significantly greater at 90 min (29 ± 1.6 vs 24 ± 1.5, P<0.05, n=6), 180 min (35 ± 1.2 vs 24 ± 2.5, P<0.01, n=6) and 360 min (26 ± 0.4 vs 13 ± 2.5, P<0.01, n=6) in Kir6.2−/− mice than time-matched WT ones (Figure 5).[image: A12933_2013_Article_656_Fig5_HTML.jpg]
Figure 5Lack of Kir6.2 subunits exacerbates myocardial apoptosis in mice at 90, 180 and 360 min after LPS administration (TUNEL × 400). Arrow indicates TUNEL positive cells. *P<0.05, **P<0.01 compared with WT (unpaired t test). Data are expressed as means ± SEM (n=6 per group).





Kir6.2−/− increases serum and myocardial TNF-α levels
The basic serum and myocardial TNF-α levels in WT mice were undetectable, Kir6.2−/− did not influence these values. Serum TNF-α expression increased rapidly after LPS injection and then tended to decrease. No significant differences were found at 90 min and 180 min between WT and Kir6.2−/− mice. Interestingly, serum TNF-α kept in a higher level in Kir6.2−/− mice at 360 min after LPS treatment when compared with the time-matched WT mice (459 ± 34 pg/ml vs 190 ± 21 pg/ml, n=10, P<0.01, Figure 6A). LPS injection also induced greater myocardial TNF-α level in Kir6.2−/− mice at 360 min (1510 ± 154 pg/ml vs 849 ± 89 pg/ml, n=10, P<0.01, Figure 6B).[image: A12933_2013_Article_656_Fig6_HTML.jpg]
Figure 6Serum (A) and myocardial (B) TNF-α levels were significantly elevated in Kir6.2
                            −/−
                          mice following LPS treatment. Kir6.2−/− mice displayed greater TNF-α level in both serum and myocardial tissues than WT mice 360 min after LPS administration. **P<0.01 compared with WT (unpaired t test). Data are expressed as means ± SEM (n=10 per group).






Discussion
This study investigated the role of Kir6.2 subunits of KATP channels in endotoxemia-induced cardiac dysfunction. The main findings are: cardiac dysfunction and myocardial injury were aggravated in Kir6.2−/− mice under LPS-induced endotoxemia. These suggested that Kir6.2 subunits might play a protective role under infectious diseases.
Kir6.1 subunits expression in the heart
Despite the concept of Kir6.2 and SUR2A subunits as the major molecular component of “cardiac” KATP channels [10], evidences also support that Kir6.1 is expressed in the heart of mice, and Kir6.1 and Kir6.2 may assemble into functional channel complexes [19, 20]. To exclude the possible compensatory action produced by Kir6.1 because of Kir6.2 knockout, expression of Kir6.1 subunits was determined in Kir6.2−/− mice. The similar protein levels of Kir6.1 subunits in the left ventricle between WT and Kir6.2−/− mice suggested that no compensatory increase happened for Kir6.1 subunits in the heart because of Kir6.2 knockout.

Cardiac protective effect of kir6.2 subunits in endotoxemia
Cardiac dysfunction, diagnosed in up to 60% of patients with endotoxic shock, is a critical determinant of mortality in endotoxic shock [3]. KATP channel is a kind of molecular sensors that play a critical role in the adaptive response to both physiological and pathological stress [21, 22]. Kir6.2 subunit is a major molecular component of “cardiac” KATP channels. KATP channels are considered to be a potential target in regulating cardiovascular function in endotoxemia, and the mitochondrial KATP channels may offer protection against apoptosis in endotoxemia [10]. Thus, the first aim of this work was designed to assess the role of Kir6.2 subunits on cardiac function and cardiac damage under LPS stimulation. Our work found that LPS injection caused a marked decrease of cardiac function in Kir6.2−/− mice, though the cardiac function of WT mice was compensatory increased after LPS treatment. These suggested that lack of Kir6.2 subunits in the heart might not only abolish the compensatory enhancement of cardiac function but also exacerbate cardiac dysfunction in endotoxic shock. Morphological examination showed aggravated myocardial damage in Kir6.2−/− mice, which was also confirmed by the increased LDH and CK activities. To our knowledge, this is the first time to report that lack of Kir6.2 subunits aggravates cardiac dysfunction and myocardial damage during endotoxemia.

Mechanisms for cardiac protective effect of kir6.2 subunits in endotoxemia
Studies have showed that cardiocyte apoptosis played a mechanistic role in endotoxic myocardial depression [23, 24], left ventricular myocyte apoptosis was directly involved in endotoxemia-induced cardiac dysfunction [25], and caspase inhibition prevented heart apoptosis and cardiac dysfunction in endotoxemia [26, 27]. In this study, we found that apoptotic cadiocytes were significantly increased at 90, 180 and 360 min after LPS injection in WT and Kir6.2−/− mice. Importantly, the number of apoptotic cadiocytes was greater in Kir6.2−/− mice than time-matched WT ones. Though many factors may contribute to cadiocyte apoptosis during the LPS-produced inflammatory process, our result demonstrated that lack of Kir6.2 subunits increased endotoxemia-induced apoptotic cadiocytes. These suggested that inhibition of apoptosis might be one of the cardioprotective mechanisms mediated by Kir6.2 subunits in endotoxemia.
Inflammatory response has been considered as a pivotal factor in endotoxemia-induced cardiac dysfunction. Levels of various pro-inflammatory cytokines, such as TNF-α, were considered directly or indirectly contributing to cardiac dysfunction [4]. Carlson et al. demonstrated that caspase activation induced by TNF-α mediated endotoxin-related cardiac dysfunction [28]. These suggested that TNF-α signaling played a significant role on cardiac dysfunction in endotoxemia. In this study, we found that both serum and myocardial TNF-α were significantly increased in Kir6.2−/− mice 360 min after LPS injection when compared with WT mice. Mitogen-activated protein kinases (MAPKs), downstream signal proteins of KATP channels, are considered as molecular targets for anti-inflammatory therapy [29]. Previous study demonstrated that opening of KATP channels prevented production of TNF-α in microglial cells via inhibition of MAPKs pathways [11]. These results, together with our findings, indicated that inhibition the production of pro-inflammatory cytokines might be another cardioprotective mechanism mediated by Kir6.2 subunits in endotoxemia through MAPKs pathways.
Recently it was found that there was a redistribution of coronary blood flow in the left ventricle during endotoxin shock in pigs, and suggested that ischemic insults might underlie, at least in part, the cardiac dysfunction during endotoxemia [30]. Indeed, hearts of Kir6.2−/− mice lacked the protective effect of ischemic preconditioning [31]. We postulate that myocardial ischemia might be more serious in Kir6.2−/− mice than WT ones during endotoxemia, which might be another possible mechanism responsible for cardioprotective effect mediated by Kir6.2 subunits in endotoxemia. Further study is needed to demonstrate this hypothesis.

Clinical perspective
Given the issues raised above, it was hoped that Kir6.2 subunits played a vital role in protecting against endotoxemia-induced cardiac dysfunction. Sulfonylureas, a kind of KATP channels blockers, are extensively used for most patients with type 2 diabetes [32, 33]. This suggests that KATP channels in patients are blocked when drugs lack tissue specificity. Importantly, an increase of plasma glucose may reduce cardiac KATP channels gene expression to result in cardiac dysfunction observed in diabetic rats [34]. Type 2 diabetes is associated with a high risk of acquiring infectious diseases and developing endotoxemia [35]. Thus, the present study has important implications in the clinic with regard to the relationship between sulfonylureas treatment and heart function for diabetic patients suffering from endotoxemia [36].

Study limitations
Our work is focused on the in vivo characteristics of Kir6.2 subunits in endotoxemia-induced cardiac dysfunction. To understand the mechanism of Kir6.2 subunits in endotoxemia-induced cardiac dysfunction, further studies with isolated cardiocytes from Kir6.2−/− mice under LPS stimulation is needed, which may offer direct evidence for the protective effects of Kir6.2 subunits under endotoxemia. Besides, the influence of sulfonylureas treatment on cardiac function in diabetic mice under LPS endotoxemia also deserved further investigation.


Conclusions
That loss of Kir6.2 subunits aggravates endotoxemia-induced cardiac dysfunction is suggestive of a previously unrecognized biological role of this subunit in regulating the cardiac function, and Kir6.2 subunits of KATP channels may play an important role in resistance to endotoxemia-induced cardiac dysfunction.

Acknowledgments
This study was supported by the grants from National Natural Science Foundation of China (81070118, 81170115), Natural Science Foundation of Shanghai and Zhejiang (20120633B35, 2012ZDA039, 11ZR1448000).

References
1.
Marshall JC, Foster D, Vincent JL, Cook DJ, Cohen J, Dellinger RP: Diagnostic and prognostic implications of endotoxemia in critical illness: results of the MEDIC study. J Infect Dis. 2004, 190 (3): 527-534. 10.1086/422254.CrossRefPubMed

2.
Vieillard-Baron A, Caille V, Charron C, Belliard G, Page B, Jardin F: Actual incidence of global left ventricular hypokinesia in adult septic shock. Crit Care Med. 2008, 36 (6): 1701-1706. 10.1097/CCM.0b013e318174db05.CrossRefPubMed

3.
Rudiger A, Singer M: Mechanisms of sepsis-induced cardiac dysfunction. Crit Care Med. 2007, 35 (6): 1599-1608. 10.1097/01.CCM.0000266683.64081.02.CrossRefPubMed

4.
Zanotti-Cavazzoni SL, Hollenberg SM: Cardiac dysfunction in severe sepsis and septic shock. Curr Opin Crit Care. 2009, 15 (5): 392-397. 10.1097/MCC.0b013e3283307a4e.CrossRefPubMed

5.
Mathur S, Walley KR, Wang Y, Indrambarya T, Boyd JH: Extracellular heat shock protein 70 induces cardiomyocyte inflammation and contractile dysfunction via TLR2. Circ J. 2011, 75 (10): 2445-2452. 10.1253/circj.CJ-11-0194.CrossRefPubMed

6.
Niu J, Wang K, Graham S, Azfer A, Kolattukudy PE: MCP-1-induced protein attenuates endotoxin-induced myocardial dysfunction by suppressing cardiac NF-кB activation via inhibition of IкB kinase activation. J Mol Cell Cardiol. 2011, 51 (2): 177-186. 10.1016/j.yjmcc.2011.04.018.CrossRefPubMed

7.
Suzuki J, Bayna E, Dalle ME, Lew WY: Nicotine inhibits cardiac apoptosis induced by lipopolysaccharide in rats. J Am Coll Cardiol. 2003, 41 (3): 482-488. 10.1016/S0735-1097(02)02820-6.CrossRefPubMed

8.
Wang YY, Li HM, Wang HD, Peng XM, Wang YP, Lu DX: Pretreatment with berberine and yohimbine protects against LPS-induced myocardial dysfunction via inhibition of cardiac IкBα phosphorylation and apoptosis in mice. Shock. 2011, 35 (3): 322-328. 10.1097/SHK.0b013e3181facf73.CrossRefPubMed

9.
Flagg TP, Enkvetchakul D, Koster JC, Nichols CG: Muscle KATP channels: recent insights to energy sensing and myoprotection. Physiol Rev. 2010, 90 (3): 799-829. 10.1152/physrev.00027.2009.PubMedCentralCrossRefPubMed

10.
Buckley JF, Singer M, Clapp LH: Role of KATP channels in sepsis. Cardiovasc Res. 2006, 72 (2): 220-230. 10.1016/j.cardiores.2006.07.011.CrossRefPubMed

11.
Zhou F, Yao HH, Wu JY, Ding JH, Sun T, Hu G: Opening of microglial KATP channels inhibits rotenone-induced neuroinflammation. J Cell Mol Med. 2008, 12 (5A): 1559-1570. 10.1111/j.1582-4934.2007.00144.x.PubMedCentralCrossRefPubMed

12.
Liu H, Zhang HY, Zhu X, Shao Z, Yao Z: Preconditioning blocks cardiocyte apoptosis: role of KATP channels and PKC-ϵ. Am J Physiol Heart Circ Physiol. 2002, 282 (4): H1380-H1386.CrossRefPubMed

13.
Jahangir A, Terzic A: KATP channel therapeutics at the bedside. J Mol Cell Cardiol. 2005, 39 (1): 99-112. 10.1016/j.yjmcc.2005.04.006.PubMedCentralCrossRefPubMed

14.
Liu C, Shen FM, Le YY, Kong Y, Liu X, Cai GJ: Antishock effect of anisodamine involves a novel pathway for activating alpha7 nicotinic acetylcholine receptor. Crit Care Med. 2009, 37 (2): 634-641. 10.1097/CCM.0b013e31819598f5.CrossRefPubMed

15.
Lamkanfi M, Moreira LO, Makena P, Spierings DC, Boyd K, Murray PJ: Caspase-7 deficiency protects from endotoxin-induced lymphocyte apoptosis and improves survival. Blood. 2009, 113 (12): 2742-2745. 10.1182/blood-2008-09-178038.PubMedCentralCrossRefPubMed

16.
Yang XP, Liu YH, Rhaleb NE, Kurihara N, Kim HE, Carretero OA: Echocardiographic assessment of cardiac function in conscious and anesthetized mice. Am J Physiol. 1999, 277 (5 Pt 2): H1967-H1974.PubMed

17.
Li DJ, Evans RG, Yang ZW, Song SW, Wang P, Ma XJ: Dysfunction of the cholinergic anti-inflammatory pathway mediates organ damage in hypertension. Hypertension. 2011, 57 (2): 298-307. 10.1161/HYPERTENSIONAHA.110.160077.CrossRefPubMed

18.
Shen FM, Zhang SH, Xie HH, Jing Q, Wang DS, Su DF: Early structural changes of aortic wall in sinoaortic-denervated rats. Clin Exp Pharmacol Physiol. 2006, 33 (4): 358-363. 10.1111/j.1440-1681.2006.04375.x.CrossRefPubMed

19.
Cui Y, Giblin JP, Clapp LH, Tinker A: A mechanism for ATP-sensitive potassium channel diversity: Functional coassembly of two pore-forming subunits. Proc Natl Acad Sci USA. 2001, 98 (2): 729-734. 10.1073/pnas.98.2.729.PubMedCentralCrossRefPubMed

20.
Ploug KB, Baun M, Hay-Schmidt A, Olesen J, Jansen-Olesen I: Presence and vascular pharmacology of KATP channel subtypes in rat central and peripheral tissues. Eur J Pharmacol. 2010, 637 (1–3): 109-117.CrossRefPubMed

21.
Cohen MV, Baines CP, Downey JM: Ischemic Preconditioning: From Adenosine Receptor to KATP Channel. Annu Rev Physiol. 2000, 62: 79-109. 10.1146/annurev.physiol.62.1.79.CrossRefPubMed

22.
Olson TM, Terzic A: Human KATP channelopathies: diseases of metabolic homeostasis. Pflugers Arch. 2010, 460 (2): 295-306. 10.1007/s00424-009-0771-y.PubMedCentralCrossRefPubMed

23.
Buerke U, Carter JM, Schlitt A, Russ M, Schmidt H, Sibelius U: Apoptosis contributes to septic cardiomyopathy and is improved by simvastatin therapy. Shock. 2008, 29 (4): 497-503. 10.1097/SHK.0b013e318142c434.CrossRefPubMed

24.
Kumar A, Kumar A, Michael P, Brabant D, Parissenti AM, Ramana CV: Human serum from patients with septic shock activates transcription factors STAT1, IRF1, and NF-κB and induces apoptosis in human cardiac myocytes. J Biol Chem. 2005, 280 (52): 42619-42626. 10.1074/jbc.M508416200.CrossRefPubMed

25.
Lancel S, Joulin O, Favory R, Goossens JF, Kluza J, Chopin C: Ventricular myocyte caspases are directly responsible for endotoxin-induced cardiac dysfunction. Circulation. 2005, 111 (20): 2596-2604. 10.1161/CIRCULATIONAHA.104.490979.CrossRefPubMed

26.
Wesche-Soldato DE, Swan RZ, Chung CS, Ayala A: The apoptotic pathway as a therapeutic target in sepsis. Curr Drug Targets. 2007, 8 (4): 493-500. 10.2174/138945007780362764.PubMedCentralCrossRefPubMed

27.
Neviere R, Fauvel H, Chopin C, Formstecher P, Marchetti P: Caspase inhibition prevents cardiac dysfunction and heart apoptosis in a rat model of sepsis. Am J Respir Crit Care Med. 2001, 163 (1): 218-225. 10.1164/ajrccm.163.1.2003109.CrossRefPubMed

28.
Carlson DL, Willis MS, White DJ, Horton JW, Giroir BP: Tumor necrosis factor-alpha-induced caspase activation mediates endotoxin-related cardiac dysfunction. Crit Care Med. 2005, 33 (5): 1021-1028. 10.1097/01.CCM.0000163398.79679.66.CrossRefPubMed

29.
Kaminska B: MAPK signalling pathways as molecular targets for anti-inflammatory therapy–from molecular mechanisms to therapeutic benefits. Biochim Biophys Acta. 2005, 1754 (1–2): 253-262.CrossRefPubMed

30.
Alders DJ, Groeneveld AB, Binsl TW, de Kanter FJ, van Beek JH: Endotoxemia decreases matching of regional blood flow and O2 delivery to O2 uptake in the porcine left ventricle. Am J Physiol Heart Circ Physiol. 2011, 300 (4): H1459-H1466. 10.1152/ajpheart.00287.2010.CrossRefPubMed

31.
Gumina RJ, Pucar D, Bast P, Hodgson DM, Kurtz CE, Dzeja PP: Knockout of Kir6.2 negates ischemic preconditioning-induced protection of myocardial energetics. Am J Physiol Heart Circ Physiol. 2003, 284 (6): H2106-H2113.CrossRefPubMed

32.
Rendell M: The role of sulphonylureas in the management of type 2 diabetes mellitus. Drugs. 2004, 64 (12): 1339-1358. 10.2165/00003495-200464120-00006.CrossRefPubMed

33.
Engel SS, Golm GT, Shapiro D, Davies MJ, Kaufman KD, Goldstein BJ: Cardiovascular safety of sitagliptin in patients with type 2 diabetes mellitus: a pooled analysis. Cardiovasc Diabetol. 2013, 12: 3-10.1186/1475-2840-12-3.PubMedCentralCrossRefPubMed

34.
Chen ZC, Cheng YZ, Chen LJ, Cheng KC, Li Y, Cheng J: Increase of ATP-sensitive potassium KATP channels in the heart of type-1 diabetic rats. Cardiovasc Diabetol. 2012, 11: 8-10.1186/1475-2840-11-8.PubMedCentralCrossRefPubMed

35.
Andreasen AS, Pedersen-Skovsgaard T, Berg RM, Svendsen KD, Feldt-Rasmussen B, Pedersen BK: Type 2 diabetes mellitus is associated with impaired cytokine response and adhesion molecule expression in human endotoxemia. Intensive Care Med. 2010, 36 (9): 1548-1555. 10.1007/s00134-010-1845-1.CrossRefPubMed

36.
Garratt KN, Brady PA, Hassinger NL, Grill DE, Terzic A, Holmes DR: Sulfonylurea drugs increase early mortality in patients with diabetes mellitus after direct angioplasty for acute myocardial infarction. J Am Coll Cardiol. 1999, 33 (1): 119-124. 10.1016/S0735-1097(98)00557-9.CrossRefPubMed



Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
ZWY and JKC designed and executed the experiments, interpreted data, and wrote the manuscript. MN, TZ, YPD and XT performed molecular biology experiment and animal experiment. GJJ and FMS conceived the study, and participated in its design and helped to draft the manuscript. All authors read and approved the final manuscript.


OEBPS/sidebar.gif





OEBPS/A12933_2013_Article_656_Fig2_HTML.jpg
EF(%)

40

20

O Control
W 360 min

i1

Kir6.2-/-

Crn

A N o g g

Kir6.2-/-

0O Control

W 360 min

WT Kir6.2-/-





OEBPS/A12933_2013_Article_656_Fig1_HTML.jpg
Kir6.2-/-

K.rmgu—---

GAPDH s " GENES chmss GED e

15

05 r

Relative Kir6.1 Level

WT Kire .2-/-





OEBPS/A12933_2013_Article_656_Fig5_HTML.jpg
Control. ~~ 90min_ 180 min 360 min

owt
W Kir6.2-/-

o
=]

IS
o

w
o

S)

100% of TUNEL positive cells
N
o

— |

Control 90 min 180 min 360 min

o





OEBPS/contact.gif





OEBPS/A12933_2013_Article_656_Fig3_HTML.jpg
Control

=
=
o
[(e]
o





OEBPS/A12933_2013_Article_656_Fig6_HTML.jpg
vy)
)
<1
<]
S

A 1500 awT

owT
_ WKir6.2-/- 2 WKir6.2-/- i
£ 2 1500 |
2 1000 | 3
zIS =
L % 1000 |
£ S
£ 500 xE 5
2 8 500
[ o
(2] >
=
0 0

Control 90min 180min 360min Control 360 min





OEBPS/A12933_2013_Article_656_Fig4_HTML.jpg
A 3000 2WE B 4000 . oW
" W Ki6.2-/- . W Ki6.2-/-
#H#

= = , 3000 | /“%**
S 2000 | s s .
& <

3 S 2000 |

£ s

5 1000 | 2

@ ® 1000 |

Ll . L1l

Control 360 min Control 360 min





