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Abstract

AIM: To investigate the effects of salvianolic acid B (Sal B) on the morphological characteristics and functions of liver mitochondria of rats with nonalcoholic steatohepatitis (NASH).

METHODS: A total of 60 male Sprague-Dawley rats were randomly divided into three groups: (1) a normal group fed a normal diet; (2) an NASH model group; and (3) a Sal B-treated group fed a high-fat diet. Two rats from each group were executed at the end of the 12th week to detect pathological changes. The rats in the Sal B-treated group were gavaged with 20 mL/kg Sal B (1 mg/mL) daily. The model group received an equal volume of distilled water as a control. At the end of the 24th weekend, the remaining rats were executed. Serum biochemical parameters and liver histological characteristics were observed. Malondialdehyde (MDA) and superoxide dismutase (SOD) in the liver were determined. Protein expression of CytC and caspase-3 was determined by immunohistochemistry. The mRNA transcripts of mitofusin-2 (Mfn2) and NF-B in the liver tissue were detected by real-time PCR. Mitochondrial membrane potential was detected using a fluorescence spectrophotometer. Mitochondrial respiratory function was detected using a Clark oxygen electrode.

RESULTS: The model group showed significantly higher ALT, AST, TG, TC and MDA but significantly lower SOD than the normal group. In the model group, the histological characteristics of inflammation and steatosis were also evident; mitochondrial swelling and crest were shortened or even disappeared. CytC (18.46 ± 1.21 vs 60.01 ± 3.43, P < 0.01) and caspase-3 protein expression (30.26 ± 2.56 vs 83.31 ± 5.12, P < 0.01) increased significantly. The mRNA expression of NF-B increased (0.81 ± 0.02 vs 0.91 ± 0.03, P < 0.05), whereas the mRNA expression of Mfn2 decreased (1.65 ± 0.31 vs 0.83 ± 0.16, P < 0.05). Mitochondrial membrane potential also decreased and breathing of rats was weakened. Steatosis and inflammation degrees in the treatment group were significantly alleviated compared with those of the model group. In the treatment group, mitochondrial swelling was alleviated. CytC (60.01 ± 3.43 vs 30.52 ± 2.01, P < 0.01) and caspase-3 protein expression (83.31 ± 5.12 vs 40.15 ± 3.26, P < 0.01) significantly decreased. The mRNA expression of NF-B also decreased (0.91 ± 0.03 vs 0.74 ± 0.02, P < 0.01), whereas the mRNA expression of Mfn2 increased (0.83 ± 0.16 vs 1.35 ± 0.23, P < 0.01). Mitochondrial membrane potential increased and respiratory function was enhanced. 

CONCLUSION: Sal B can treat NASH by protecting the morphological characteristics and functions of liver mitochondria, regulating lipid metabolism, controlling oxidative stress and lipid peroxidation and inhibiting apoptosis. 

Key words: Nonalcoholic steatohepatitis; Salvianolic acid B; Apoptosis; Liver; Mitochondria 

© The Author(s) 2015. Published by Baishideng Publishing Group Inc. All rights reserved.
Wang YC, Kong WZ, Jin QM, Chen J, Dong L. Effects of salvianolic acid B on liver mitochondria of rats with nonalcoholic steatohepatitis. World J Gastroenterol 2015; 21(35): 10104-10112  Available from: URL: http://www.wjgnet.com/1007-9327/full/v21/i35/10104.htm  DOI: http://dx.doi.org/10.3748/wjg.v21.i35.10104

Core tip: This study applied salvianolic acid B (Sal B) as intervention for rats with nonalcoholic steatohepatitis (NASH). We also observed the changes in biochemical indexes, mitochondrial morphological characteristics and functions and apoptosis index before and after Sal B treatment was administered to explore the pathogenesis of NASH and therapeutic effects of Sal B. Sal B can treat NASH by protecting the morphological characteristics and functions of liver mitochondria, regulating lipid metabolism, controlling oxidative stress and lipid peroxidation and inhibiting apoptosis.

INTRODUCTION

Non-alcoholic steatohepatitis (NASH) is a pathological type of nonalcoholic fatty liver diseases (NAFLD); however, the pathogenesis of NASH remains unclear and is possibly because of heredity, environment, metabolism and stress. This disease can also progress to liver cirrhosis and liver cancer, and thus, NASH is a chronic liver disease extensively investigated in China[1-3]. Sanyal et al[4] indicated that NASH is associated with an increased risk of diabetes, hypertension and cardiovascular diseases; NASH can also increase the mortalities of patients with cardiovascular diseases and malignant tumours. Liver mitochondria play an important role in the pathogenesis of NAFLD[5]. Free fatty acids (FFAs) can be oxidised in liver mitochondria; as a result, excessive reactive oxygen species (ROS) are produced, the body’s anti-oxidation and auxo-oxidation become unstable and oxidative stress and lipid peroxidation occur. FFAs are also the theoretical foundation of the “secondary attack” of NAFLD[6-8]. In this study, salvianolic acid B (Sal B) was applied as intervention for rats with NASH. We also observed the changes in biochemical indexes, mitochondrial morphological characteristics and functions and apoptosis index before and after Sal B treatment was administered to investigate the pathogenesis of NASH and the therapeutic effects of Sal B. 

MATERIALS AND METHODS
Establishment and grouping of animal models 

A total of 60 clean-grade male Sprague-Dawley rats, weighing 150 ± 10 g, were purchased from the Laboratory Animal Centre of Dalian Medical University. After the adaptive feed was administered for one week, the rats were randomly divided into three groups: (1) a normal group fed a normal diet; (2) an NASH model group; and (3) a Sal B-treated group fed a high-fat diet (88% ordinary feed + 10% lard + 2% cholesterol produced by Beijing HuaFuKang Biotechnology Co., Ltd., China). The experimental animals were fed individually and provided free access to water and diet. Room temperature was kept at 20 ℃ ± 2 ℃; illumination was adjusted according to normal circadian rhythm. Two rats from each group were sacrificed at the end of 12th week to confirm the success of NASH modelling. The treatment group and the model group were intragastrically treated with Sal B solution daily (concentration = 1 mg/mL; 20 mL/kg body weight; Sichuan Plantpharm Chemical Co., Ltd., China) and with distilled water (20 mL/kg body weight), respectively; each group was then fed the same diet provided before treatment was administered. At the end of the 24th week, the rats were subjected to fasting overnight and anesthetized by intraperitoneally injecting 10% chloral hydrate solution (2.0 mL/kg body weight) on the next day. After inferior venous blood samples were obtained, the rats were sacrificed. The liver was quickly removed, and the colour, texture and weight of the liver were observed macroscopically to calculate liver index [liver index = liver weight/body weight (100%)]. 

Experimental methods

A Vitros5.1 FS automatic biochemical analyser (J&J, United States) was used to determine ALT, AST, TG and TC. Liver tissues were homogenized, and Coomassie brilliant blue method was used to quantify proteins. Thiobarbital acid method was used to determine MDA content, and colorimetry was performed to detect SOD. Kits were bought from Nanjing Keygen Biotech Co., Ltd., China. 

Light microscopy

Liver tissues were obtained from the same site on the right lobe, fixed in neutral formaldehyde, embedded in paraffin, serially sectioned and stained with HE. The degrees of hepatic steatosis, inflammatory reactions and balloon-like changes of the samples were evaluated according to a previously described method[9]. 

Electron microscopy

Approximately 0.5 mm3 to 1 mm3 of fresh liver tissue was obtained and rapidly placed in a clean small bottle containing 2 to 3 mL of precooled fixation fluid (2.5% glutaraldehyde) for 2 h of internal fixation at 4 ℃. The samples were then washed with 0.1 mol/L phosphate buffer several times, fixed with 1% OsO4 for 2 h, rinsed thoroughly with 0.1 mol/L phosphate buffer thrice (15 min each), and serially dehydrated with 50%, 70%, 90% and 100% ethanol. The samples were soaked in pure acetone and embedding agent mixture (2:1, v/v) at room temperature for 2 h and then soaked in pure acetone and embedding agent mixture (1:2, v/v) at room temperature for 3 h. The samples were embedded in configured 618 epoxy resin overnight at 37 ℃ and solidified at 60 ℃ for 48 h. The samples were sliced using Leica LKB-1 ultra-thin slicing machine (Sweden) and stained with lead citrate and uranyl acetate. Afterwards, the samples were observed under a Tecnai Spirit 120 kV transmission electron microscope (FEI, United States) and photographs were obtained. The rats of each group were randomly selected for three samples, which were randomly selected for five photographing visions under the same magnification; each vision was randomly selected for 10 mitochondria for further analysis. Scoring was performed in accordance with Flameng Grading method[10]: level 0 (0 points), mitochondrial structure is normal and full of particles; level Ⅰ (1 point), mitochondrial structure is normal but loses some matrix particles (there is mild swelling, matrix density decreases and ridge is separated); level Ⅱ (2 points), the mitochondria swell (matrix density is severely reduced and ridge is separated), the matrix is transparent and the ridge is not broken; level Ⅲ (3 points), the mitochondrial ridge is fractured, and the matrix solidifies (severely swells); and level Ⅳ (4 points), outer and inner mitochondrial membranes completely disappear and are vacuolated (severe swelling, accompanied with ridge fracture, outer and inner membrane rupture). The mean of each group was used as the final score of each group. 

Immunohistochemical detection

Liver tissues were fixed, embedded in paraffin and sectioned in accordance with the manufacturer’s instructions provided with the CytC and caspase-3 immunohistochemical kit (Nanjing KeyGen). Phosphate buffer was used to replace primary antibody as a negative control. Image-Pro Plus 6.0 Professional Image analysis software was used for the semi-quantitative analysis of the immunohistochemical images of each group. 

Real-time PCR detection

Approximately 40 mg of liver tissues were obtained, and total RNA was extracted using a pillar animal tissue total RNA extraction-purification kit and quantified by spectrophotometry. Gel electrophoresis (1.0%) was performed to identify the integrity of total RNA. According to the instructions of M-MuLV first-strand cDNA synthesis kit, total RNA was reversely transcribed to cDNA; cDNA was then used as a template to detect gene transcripts of NF-B and mitofusin-2 (Mfn2) according to the instructions of fluorescence quantitative PCR kit (SYBR staining method). GAPDH was used as an internal reference. All of the PCR reagents and primers were purchased from Shanghai Sangon Biological Engineering Co., Ltd., China. Forward and reverse primer sequences of each gene are as follows: NF-B: 5’-TCT GTT TCC CCTS CAT CTT TCC C-3’, 5’-GTC TTA GTG GTA TCT GTG CTT CTC-3’; Mfn2: 5’-AAT TTC GAG AGG CGA TTT GA-3’, 5’-TGG GTG AAA GTC CAT CTG GT-3’; GAPDH: 5’-ACC ACA GTC CAT GAC ATC AC-3’, 5’-TCC ACC ACC CTG TTG CTG TA-3’. Three samples were selected from each group and re-detected thrice. The 2-∆∆CT method[11] was used to calculate the relative expression of target genes.

Preparation of rat liver mitochondria

Mitochondrial separation medium (100 mL; Nanjing Keygen) was precooled at 4 ℃; fresh liver tissues (1 g) were placed in precooled mitochondrial separation medium (5 mL) and cut into pieces. Afterwards, the liver tissues were subjected to intermittent homogenization in an ice bath glass homogenator for 5-7 times. The tissues were then transferred into a 50 mL centrifuge tube, mixed evenly with 35 mL of mitochondrial separation medium and centrifuged in a low temperature high-speed centrifuge machine at 600 g for 7 min. The precipitate was discarded; the supernatant was poured into a precooled clean centrifuge tube and centrifuged at 8000 g for 10 min. The supernatant was discarded; the precipitate was washed with the separation medium and centrifuged at 8000 g for another 10 min. Afterwards, the supernatant was again discarded, and 2 mL of bovine serum-free albumin preservation medium was added to prepare the mitochondrial suspension. A part of this suspension was obtained and subjected to protein quantification; the remaining part of the suspension was added to an ice bath of bovine serum albumin for subsequent determination. 

Determination of mitochondrial membrane potential

The excitation wavelength of fluorescence spectro​photometer was set at 500 nm, and the emission wavelength was set at 525 nm. Approximately 1 L of rhodamin-123 and 2 mL of reaction medium of the mitochondrial membrane potential were added to the test tube and mixed evenly to detect basic fluorescence value F1 (Nanjing KeyGen). The liquid was sucked into the original tube, and 100 L of mitochondrial suspension was added; the resulting mixture was incubated at 25 ℃ for 15 min and centrifuged at 5000 g for 10 min. The fluorescence value F2 of the supernatant was then detected. The changed value of the fluorescence caused by 1 mg of mitochondria was then calculated as follows: ∆F = (F1-F2)/(0.1 mL × 5 mg/mL), where the amount of rhodamin-123 combined with the mitochondrial matrix reflected the value of average mitochondrial membrane potential. 

Determination of mitochondrial respiratory function

Oxygen electrode method was used to detect mitochondrial oxygen consumption. Mitochondria (1 mg) were added to the reaction pool at 37 ℃; the reaction medium was preheated at 37 ℃ and the total volume was adjusted to 2 mL. Malic acid (20 L), sodium glutamate (0.5 mmol/L) and ADP (4 L; 0.1 mmol/L) were added to determine ADP-free oxygen consumption rate (ST4) and oxygen consumption rate after ADP (ST3) was added. The respiratory control rate (RCR) was the rate of ST3 to ST4. The ratio of the added amount of ADP to ST3 oxygen consumption was P/O ratio (P/O). 

Statistical analysis

SPSS13.0 was used to statistically analyse data; measurement data are expressed as mean ± SD. One-way ANOVA and pairwise comparison were performed. P < 0.05 was considered statistically significant.

The statistical methods of this study were reviewed by Hong Li from Dalian University.

RESULTS

Hepatic gross observation and liver index 

Compared with the normal group, the NASH model group exhibited slightly increased liver volume, whereas the liver edge became dull, the color became yellow, the tangent plane became greasy and the texture became brittle. Compared with model group, the hepatic color and texture of the Sal B treatment group were improved. The model group exhibited the highest liver index, which exhibited a statistically significant difference from the normal group and the treatment group (F = 37.97, P < 0.01; Table 1). 

Comparison of biochemical indexes among the groups

The levels of TG, TC, ALT and AST of the model group were higher than those of the normal group, whereas the above indicators of the treatment group were reduced to some extent when compared with the model group, and the differences were statistically significant (P < 0.05; Table 1). Compared with the normal group (0.63 ± 0.07 nmol/mg prot), the MDA of the model group (1.62 ± 0.05 nmol/mg prot) was increased, whereas MDA of the treatment group (0.70 ± 0.62 nmol/mg prot) was reduced than the model group, and the difference was statistically significant (F = 89.69, P < 0.05). The SOD of the model group (340 ± 23.79 U/mg prot) was reduced than that of the normal group (390 ± 38.91 U/mg prot), and the SOD of the treatment group (410 ± 30.62 U/mg prot) was increased compared with that of the model group, and the difference was statistically significant (F = 110.87, P < 0.05). 

Light microscopic observation

After HE staining was performed, the hepatic lobule structures of normal rats were clear, without steatosis or inflammatory infiltration. The model group exhibited disordered hepatic lobule structures, with various sizes of fat vacuoles inside the liver cells, which also had the balloon-like changes, as well as different levels of inflammatory infiltration and liver cell debris-like necrosis. A little bridging necrosis occurred, and partial portal areas exhibited mild to moderate inflammatory reactions. The degrees of liver cell fatty degeneration, necrosis and inflammatory reactions of the Sal B treatment group were obviously lower than those of the model group (Figure 1). The comparison of NAFLD activity score among the groups showed that the treatment group was significantly lower than the model group (F = 86.57, P < 0.01; Table 2). 

Electron microscopic observation

The electron microscopy revealed that the normal group exhibited much more numerous ovoid-shaped mitochondria, and the amounts of layer ridge were moderate. The mitochondria of the model group generally swelled to the ball-like shape, and the matrix was shallow. The mitochondrial swelling of the treatment group was alleviated, and the mitochondrial ridge was obvious (Figure 2). The Flameng semi-quantitative analysis of hepatic mitochondria showed that the differences among the three groups were statistically significant (F = 26.57, P < 0.01), the score of the model group (3.021 ± 0.302) was higher than that of the normal group (0.157 ± 0.033), and the difference was statistically significant (P < 0.01). The score of the treatment group (1.152 ± 0.223) was reduced than that of the model group, and the difference was statistically significant (P < 0.01). 

Detection of CytC and caspase-3 expression by immunohistochemical method

The CytC and caspase-3-positive cells exhibited the brown-stained cytoplasm. The expression of these two proteins in the model group was increased, the positive particles inside the liver cells were increased, and staining was deepened. The normal group exhibited small amounts of positive particles, and the positive particles of the treatment group were reduced. The average absorbance semi-quantitative analysis revealed that the expression of CytC protein exhibited statistically significant differences among the three groups (F = 38.67, P < 0.05). The expression of CytC in the normal group (18.46 ± 1.21) exhibited a statistically significant difference when compared with the model group (60.01 ± 3.43; P < 0.01), and the expression of CytC in the treatment group (30.52 ± 2.01) exhibited a statistically significant difference when compared with the model group (60.01 ± 3.43, P < 0.01). The expression of caspase-3 exhibited statistically significant differences among the three groups (F = 20.97, P < 0.05); the expression of caspase-3 in the normal (30.26 ± 2.56) and treatment groups (40.15 ± 3.26) exhibited a statistically significant difference when compared with the model group (83.31 ± 5.12; P < 0.01 for both) (Figures 3 and 4). 

Detection of mRNA expression of NF-B and Mfn2 by real-time PCR 

The mRNA expression levels of NF-B in rat liver tissues were statistically significant among the three groups (F = 21.69, P < 0.05). NF-B level in the model group (0.91 ± 0.03) was significantly increased compared with that of the normal group (0.81 ± 0.02, P < 0.05). NF-B level in the treatment group (0.74 ± 0.02) was significantly reduced compared with that of the model group (P < 0.01). The mRNA expression levels of Mfn2 were also statistically significant among the three groups (F = 16.87, P < 0.05); Mfn2 level in the model group (0.83 ± 0.16) was decreased compared with that of the normal group (1.65 ± 0.31), and the difference was statistically significant (P < 0.01); Mfn2 level in the treatment group (1.35 ± 0.23) was significantly increased compared with that of the model group (P < 0.01). 

Determination of mitochondrial membrane potential 

The mitochondrial membrane potential exhibited statistically significant differences among the three groups (F = 85.73, P < 0.05). The mitochondrial membrane potential in the model group (573.51 ± 62.90) was significantly reduced when compared with that of the normal group (963.10 ± 59.81; P < 0.01); the mitochondrial membrane potential in the treatment group (788.31 ± 60.50) was significantly increased compared with that of the model group (P < 0.05). 

Mitochondrial respiratory functions

The differences in mitochondrial RCR among the three groups were statistically significant (F = 15.62, P < 0.05). The RCR in the model group (3.31 ± 0.23) was significantly reduced compared with that of the normal group (4.86 ± 0.53), and RCR in the treatment group (3.79 ± 0.41) was significantly higher than that of the model group (P < 0.05). The P/O ratios among the three groups were also statistically significant (F = 13.92, P < 0.05); P/O ratio in the model group (3.41 ± 0.15) was significantly reduced compared with that of the normal group (4.15 ± 0.36, P < 0.01); P/O ratio in the treatment group (3.58 ± 0.30) was significantly increased compared with that of the model group (P < 0.05). 

DISCUSSION

Although changing the lifestyle might be effective towards NASH treatment, this action would often be difficult to realise. Therefore, the development of new drugs and new treatment plans according to the pathogenesis of NASH would be very necessary[12]. Salvia miltiorrhiza was the dry root and rhizome of salvia plants, Labiatae, and its water-soluble active ingredient, Sal B, is condensed by three molecules of tanshinol and one molecule of caffeic acid, and has strong activities. Previous studies were more about the therapeutic effects of Sal B in treating cardiovascular diseases and liver fibrosis, which were mainly caused by Sal B activities, such as anti-oxidation, anti-inflammation and free-radical scavenging[13,14]. 

The mitochondrion is an important organelle inside the eukaryotic cells, and the cellular energy supply centre, the Krebs cycle, -oxidation of fatty acid, oxidative phosphorylation and the urea cycle were all conducted inside the mitochondria[15]. The mitochondria also participated in processes such as regulating the intracellular Ca2+ concentration, information transmission and cell death. A large number of studies had shown that the mitochondrial structures and functions of NASH patients were abnormal[16-19]. The deacetylase gene Sirt3 of mitochondrion-knockout mice might make the lipid metabolism disordered, thus the fat toxicity was increased and NASH was formed[20-22]. Furthermore, the Mfn2 gene could promote the fusion of mitochondria, which was closely related to the mitochondrial morphology, structures and functions[23,24]. This study found that in the NASH rats, the liver mitochondria swelled, the matrix became shallower and the Mfn2 expression became weaker, which were consistent with the large amount of previous research. After Sal B treatment, the mitochondrial morphology basically returned to normal and the Mfn2 expression was enhanced, indicating that Sal B might protect the mitochondrial structures by Mfn2. 

The energy needed for the lipid metabolism of liver cells is mainly created by mitochondria through the respiratory chain; the RCR and P/O are the main indexes that could reflect the phosphorylation activities and mitochondrial respiratory functions[25-27]. Once RCR is decreased, the energy metabolism disorders might occur, and the abilities of liver cells in processing and transporting fats are also reduced, thus leading to the hepatic fat deposition[28,29]. Moreover, domestic and foreign studies found that the mitochondrial energy metabolism disorders could cause the reduction of mitochondrial membrane potential, which is an important index to reflect the mitochondrial functions[30,31]. The reduction of mitochondrial membrane potential could cause the cytochrome C release and the activation of caspase-9 and caspase-3, hence promoting cell apoptosis[15]. This study showed that in the NASH model group, the mitochondrial membrane potential was decreased, the ratios of RCR and P/O were reduced, whereas the protein expression of CytC and caspase-3 was increased, hence confirming that the mitochondrial energy metabolism disorders occurred in the NASH rats, the functions were thus impaired, and apoptosis occurred. After Sal B treatment was administered, mitochondrial membrane potential was increased, ratios of RCR and P/O were increased and protein expression of CytC and caspase-3 was decreased; these results indicated that Sal B could stabilise mitochondrial membrane potential. Thus, energy metabolism was improved, mitochondrial functions were protected, protein expression of CytC and caspase-3 was reduced and apoptosis was inhibited.

The results of this study showed that serum biochemical indexes, such as TG, TC, ALT and AST of the NASH group were increased, and the mRNA expression of NF-B was increased. The liver tissue inflammation was evident, and the expression of MDA was also increased, whereas SOD was decreased, hence conforming with the results of a number of related research that the increased fatty acids inside the NASH liver strengthened the oxidative phosphorylation of mitochondria; accumulated ROS, which would cause lipid peroxidation, increase MDA and damage mitochondrial structures and functions. Excessive ROS could activate NF-B and promote the Kupffer cells to secrete a large amount of TNF- and induce chemotaxis of neutrophils; as a result, hepatic inflammatory reactions and fibrosis occur[32,33]. Hence, mitochondrial structure and function disorders are closely related to fat metabolism, oxidative stress and lipid peroxidation and liver tissue inflammation. After Sal B treatment was administered, the expression of TG, TC, ALT and AST was reduced, the expression of NF-B was weakened, the inflammation of liver tissues was relieved and the MDA expression was reduced, whereas the SOD expression was increased; these results indicated that Sal B could regulate fat metabolism, control oxidative stress and lipid peroxidation and inhibit mRNA expression of NF-B via the mitochondria. Thus, NASH can be treated. 

The results of this study showed that Sal B could protect mitochondrial structures and functions, regulate fat metabolism, control oxidative stress and lipid peroxidation and inhibit apoptosis; thus, Sal B elicits therapeutic effects on NASH. However, whether Sal B induces therapeutic effects via other mechanisms should be further investigated. 

COMMENTS

Background

Non-alcoholic steatohepatitis (NASH) has complex pathogenesis, which is widely accepted as “two-hit” hypothesis. Mitochondria are the major source of reactive oxygen species (ROS), and the main target of oxidative attack. Long-term exposure to free fatty acids can increase the ROS formation, thus oxidative stress is induced and excessive oxygen free radicals are produced. These conditions can cause lipid peroxidation in cells and mitochondrial membrane; as a result, mitochondrial structure and function are disrupted. Salvianolic acid B (Sal B) performs anti-inflammatory, antioxidant and free radical scavenging functions; Sal B also elicits therapeutic effects on NASH.

Research frontiers

The factors initiating the “second hit” include oxidative stress, lipid peroxidation, inflammatory factors, and mitochondrial dysfunction. The excessive storage of free fatty acids in the liver can cause a compensatory increase in mitochondria -oxidation; thus, ROS accumulate and exceed the scavenging capacity of the antioxidant system. ROS can attack adjacent tissues and cells and destroy liver cell function and structural integrity, thereby causing liver cell rupture and apoptosis. Moreover, ROS can activate neutrophils; thus, inflammation, necrosis and fibrosis of the liver lobule occur.

Applications

Sal B can affect the structure and function of mitochondria to ameliorate oxidative stress and elicit therapeutic effect on NASH. This study provided a theoretical basis for the clinical application of Sal B to treat NASH.

Terminology

Mitochondrial dysfunction is involved in the development of NASH. Sal B can affect the structure and function of the mitochondria, regulate energy metabolism, alleviate oxidative stress and lipid peroxidation and inhibit apoptosis. Sal B also elicits therapeutic effects on NASH.

Peer-review

This study investigated the effects of Sal B on morphological characteristics and functions of liver mitochondria of rats with NASH. The experimental design is reasonable and practical; the results are satisfactory. This study provided a theoretical basis for the clinical application of Sal B to treat NASH. 
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Figure Legends
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Figure 1  Light microscopy of liver tissues of each group (hematoxylin-eosin staining; magnification × 400). A: Normal group; B: Model group; C: Treatment group.
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Figure 2  Electron microscopy of liver mitochondria of each group (magnification × 80000). A: Normal group; B: Model group; C: Treatment group.
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Figure 3  Protein expression of CytC in the liver tissues of each group (DAB staining; magnification × 400). A: Normal group; B: Model group; C: Treatment group.
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Figure 4  Protein expression of caspase-3 in the liver tissues of each group (DAB staining; magnification × 400). A: Normal group; B: Model group; C: Treatment group.
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Table 1  Comparison of liver index, blood lipid and liver functions among the experimental groups (mean ± SD)


Group


�
n


�
Liver index (%)


�
TG (mmol/L)


�
TC (mmol/L)


�
ALT (U/L)


�
AST (U/L)


�
�
Normal group


�
18


�
2.35 ± 0.18


�
0.35 ± 0.12


�
0.91 ± 0.05


�
45.23 ± 2.23


�
  83.52 ± 6.67


�
�
Model group


�
18


�
3.80 ± 0.30


�
0.73 ± 0.15


�
1.50 ± 0.07


�
85.12 ± 3.38


�
130.23 ± 3.23


�
�
Treatment group


�
18


�
3.20 ± 0.18


�
0.40 ± 0.07


�
1.10 ± 0.03


�
50.10 ± 1.67


�
  85.30 ± 6.63


�
�
F 


�
�
37.97


�
8.77


�
87.18


�
92.16


�
72.98


�
�
P value


�
�
    0.000


�
  0.017


�
    0.000


�
    0.000


�
    0.000


�
�
TG: Triglycerides; TC: Total cholesterol; ALT: Alanine aminotransferase; AST: Aspartate aminotransferase.





Table 2  Evaluation of fatty degeneration of hepatocytes, liver lobular inflammatory reactions, balloon-like changes and nonalcoholic fatty liver diseases activity score among the experimental groups


Group


�
n


�
Fatty degeneration of hepatocytes (0-3)


�
Liver lobular inflammatory reactions (0-3)


�
Balloon-like changes (0-2)


�
NAS (0-8)


�
�
�
�
0-1


�
2-3


�
0-1


�
2-3


�
0


�
1-2


�
0-2


�
3-4


�
5-8


�
�
Normal group


�
18


�
18


�
  0


�
18


�
  0


�
18


�
  0


�
18


�
0


�
 0


�
�
Model group


�
18


�
  0


�
18


�
  8


�
10


�
  2


�
16


�
  0


�
1


�
17


�
�
Treatment group


�
18


�
  2


�
16


�
12


�
 6


�
  3


�
15


�
  3


�
5


�
10


�
�
NAS: NAFLD activity score.
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