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Abstract. Oxymatrine (OMT) is the primary active compo‑
nent of Sophora flavescens Ait., and is widely used for the 
treatment of diabetic complications. The present study aimed 
to investigate the effects of OMT on acute lung injury (ALI) 
in diabetic rats subjected to myocardial ischemia/reperfu‑
sion (I/R). ALI in a myocardial I/R model was established 
in streptozocin‑induced diabetic rats. Enzyme‑linked immu‑
nosorbent assays were used to evaluate the levels of creatine 
kinase isoenzyme MB and lactate dehydrogenase, and the 
inflammatory response was assessed via leukocyte counts and 
the levels of tumor necrosis factor (TNF)‑α, interleukin (IL)‑6 
and IL‑8 in the bronchoalveolar lavage (BAL) f luid. 
Hematoxylin and eosin staining was used to determine patho‑
logical changes to the lung tissue, and the autophagy‑related 
proteins LC‑3II/LC‑3I, Beclin‑1, autophagy protein 5 (Atg5) 
and p62 were detected by western blotting. Diabetic rats 
subjected to myocardial I/R showed increased levels of ALI 
with a higher lung injury score and WET/DRY ratio, and 
lower partial pressure of oxygen. This was accompanied by 
aberrant autophagy, indicated by an increased LC‑3II/LC‑3I 
ratio, decreased p62 expression levels, increased Atg5 and 
beclin‑1 expression levels, decreased superoxide dismutase 
activity and increased 15‑F2t‑isoprostane formation in lung 
tissues, as well as increased levels of leukocytes, TNF‑α, IL‑6 
and IL‑8 in the BAL fluid. Administration of the autophagy 
inducer rapamycin significantly accelerated these alterations, 
while the autophagy inhibitor 3‑Methyladenine exerted the 

opposite effects. These results indicated that diabetic lungs are 
more vulnerable to myocardial I/R, which was associated with 
aberrant autophagy. Furthermore, oxymatrine was observed 
to reverse and alleviate ALI in diabetic rats with myocardial 
I/R in a concentration‑dependent manner, the mechanism of 
which may be associated with the inhibition of autophagy.

Introduction

Type 2 diabetes mellitus (T2DM) is a long‑term metabolic 
disorder characterized by a reduction in insulin secretion and 
an increase in insulin resistance. T2DM is regarded as one of 
the most common chronic diseases that can advance to various 
organ‑associated complications, resulting in an increase in 
morbidity and mortality. Persistent glycemic dysfunction 
promotes numerous pathological changes and causes func‑
tional damage to organs, including the kidney, eye, nervous 
and cardiovascular systems (1). Chronic diabetes may also 
promote pulmonary dysfunction, and widespread attention 
surrounds the concept of ‘diabetic lungs’ (2). Epidemiological, 
experimental and clinical evidence has suggested that high 
glucose‑induced oxidative stress and inflammation are 
implicated in the diabetic lung, and accelerate the decline in 
respiratory function (3,4). Several studies have also demon‑
strated the subclinical significance of the diabetic lung, and 
that patients with diabetes are prone to severe respiratory 
disorders in the event of acute or chronic lung and/or cardiac 
disease  (2,5). Further clinical and experimental data have 
indicated that inflammatory responses and metabolic abnor‑
malities in diabetes aggravate the acute lung injury (ALI) via 
autophagy (6,7). Myocardial infarction is considered to be one 
of the more common complications underlying diabetes‑asso‑
ciated mortality. Myocardial ischemia/reperfusion  (I/R) 
has been reported to promote the injury of distant organs, 
including the lung (8,9). Further studies have confirmed that 
ALI caused by myocardial I/R is more severe in patients with 
diabetes than in those without diabetes (10). However, there 
are few reports concerning the potential underlying mecha‑
nisms of ALI in association with myocardial I/R, and under 
diabetic conditions.

Autophagy is a catabolic cellular process that conserva‑
tively maintains cell homeostasis and survival. The key phases 
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of autophagy, such as autophagosome biogenesis, lysosomal 
fusion and product degradation, are collectively termed 
‘autophagy flux’, which is elevated during ischemia and 
markedly enhanced following tissue reperfusion. Inhibiting 
excessive autophagy may alleviate tissue damage under various 
pathological conditions. Numerous studies have demonstrated 
that autophagic dysfunction is closely associated with diabetic 
complications  (11,12). A significant time‑related effect of 
lung injury has been associated with the diabetic condition, 
demonstrating the involvement of autophagy in ALI caused by 
pulmonary I/R in patients with diabetes (13). Another study 
suggested that pulmonary I/R impairment of the autophagic 
state, and a moderate increase in autophagy‑associated injury, 
are beneficial for attenuating lung I/R injury (14). Collectively, 
these findings suggest that maintaining a moderate level of 
autophagy may help to reduce I/R‑induced lung injury and 
promote cell survival in vivo. However, in diabetes, the role 
of autophagy in ALI caused by myocardial I/R has not been 
fully elucidated.

Oxymatrine (OMT) is a quinolizidine alkaloid derived 
from Sophora flavescens Ait., which is commonly used to 
treat a variety of pathological states, including inflammation, 
fibrosis and autophagy. OMT has been used to treat inflam‑
matory diseases, damage to the heart caused by myocardial 
ischemia (15) and hypertension (16), and previous studies have 
demonstrated its protective effects against I/R injury (17). The 
underlying mechanism by which OMT operates may be asso‑
ciated with the inhibition of oxidative stress and inflammation, 
and the induction of apoptosis. However, there are limited 
relevant reports concerning the effect of OMT on autophagy in 
myocardial I/R‑associated ALI in diabetic rats. Therefore, the 
present study may improve our understanding of how OMT 
ameliorates autophagy in myocardial I/R‑induced ALI under 
diabetic conditions.

Materials and methods

Animal experiments. A total of 100 male Sprague‑Dawley 
rats (weight, 250‑300 g) were purchased from the Hunan SJA 
Laboratory Animal Co., Ltd. The animals were maintained 
under a 12 h light/dark cycle at 22‑25˚C, with 50‑65% humidity. 
All animals had free access to food and water. The present 
study was performed following the Guide for the Care and Use 
of Laboratory Animals, published by the National Institutes of 
Health (NIH publication no. 85‑23, revised in 1996) (18), and 
the experiments were approved by the Huazhong University 
of Science and Technology Medicine Animal Care and Use 
Committee (Wuhan, China), according to the regulation 
of the study of pain, and the Guide for the Care and Use of 
Laboratory Animals.

Reagents and antibodies. OMT was purchased from Xi'an 
Aladdin Biological Technology Co., Ltd., (cat. no. 16837‑52‑8) 
and dissolved in PBS. Assay kits for the assessment of 
blood glucose, cytokines [tumor necrosis factor (TNF)‑α 
(cat. no. H052), interleukin (IL)‑6 (cat. no. H007) and IL‑8 
(cat. no. H008; Beyotime Institute of Biotechnology)], leukocyte 
counts, myocardial enzymes [lactate dehydrogenase (LDH) 
(cat. no. A020‑2‑2) and creatine kinase isoenzyme MB (CK‑MB; 
cat. no. H197)], superoxide dismutase (SOD; cat. no. A001‑1‑2;) 

and 15‑F2t‑isoprostane (15‑F2t‑IsoP; cat. no. A151‑1‑1) were 
purchased from Nanjing Jiancheng Bioengineering Institute. 
Antibodies against LC3I (cat. no. 4108), LC3II (cat. no. 3868), 
beclin‑1 (cat. no. 4122), p62 (cat. no. 48768) and autophagy 
protein 5 (Atg5; cat.  no. 9980) were purchased from Cell 
Signaling Technology, Inc. Anti‑β‑actin (cat. no. BM3873), as 
well as anti‑rabbit (cat. no. BA1041) and anti‑mouse secondary 
antibodies (cat. no. BM2020) were purchased from Wuhan 
Boster Biological Technology, Ltd. The autophagy inhibitor 
3‑Methyladenine (3‑MA; cat. no. M9281) and the autophagy 
inducer rapamycin (Rap; cat. no. V900930) were purchased 
from Sigma‑Aldrich (Merck KGaA).

Induction and assessment of diabetes. Male Sprague‑Dawley 
rats were randomly divided into following groups: i) Control 
group (n=8); ii) sham group (surgery with no ischemia) (n=8); 
and iii)  diabetes mellitus (DM) group (n=40). DM group 
were fed a high‑glucose, high‑fat diet consisting of 70% 
standard laboratory chow, 15% carbohydrate, 10% lard and 
5% yolk powder. After 4 weeks, the rats received a single 
intraperitoneal injection of streptozocin (STZ, 35 mg/kg) 
and the high‑glucose, high‑fat diet was continued. At week 8, 
blood glucose was assessed using a sample from the tail vein; 
a fasting blood glucose level ≥7.0 mmol/l, or a random blood 
glucose level ≥11.0 mmol/l, was defined as diabetic, and these 
rats were selected for further investigation (n=40).

Establishment of myocardial I/R injury. The coronary artery 
ligation method was used to establish the myocardial I/R 
injury model. Control and DM rats were anesthetized with an 
intraperitoneal injection of sodium pentobarbital (30 mg/kg), 
and subsequently received endotracheal intubation and arti‑
ficial ventilation. Following exposure of the heart, a thread 
was passed through the left coronary artery, and another two 
threads were drawn from the knot to loosen the ligature. The 
left coronary artery was ligated to induce ischemia, resulting 
in a cyanotic appearance to the local myocardium. After 1 h 
of ischemic induction, the ligature was loosened to restore 
blood flow and initiate reperfusion, which was continued for 
an additional 1 h.

The DM group were randomly divided into eight groups 
as follows (n=8 per group): i) Sham group, surgery with no 
ischemia, DM without ischemia; ii) I/R model group, DM 
and myocardial I/R; iii) I/R+OMT (12.5 mg/kg) group, DM 
and myocardial I/R with 12.5 mg/kg OMT; iv) IR +OMT 
(25 mg/kg) group, DM and myocardial I/R with 25 mg/kg 
OMT; v) IR+OMT (50 mg/kg) group, DM and myocardial I/R 
with 50 mg/kg OMT; vi) I/R+Rap group, DM and myocardial 
I/R with 15 mg/kg Rap; and vii) I/R+3‑MA group, DM and 
myocardial I/R with 10 mg/kg 3‑MA. OMT was dissolved 
in isotonic saline according to previous reports (13,14), and 
the rats were administered OMT by gavage 10 min prior to 
occlusion of the left coronary artery. After 25 min of reperfu‑
sion, Rap and 3‑MA were administered to the appropriate 
groups to compare the effects of these compounds on I/R. At 
the end of the study, rats were anesthetized by an intraperito‑
neal injection of pentobarbital sodium (30 mg/kg) until they 
lost consciousness. Blood samples (5 ml) were collected from 
the abdominal aorta for subsequent analysis. All the animals 
were sacrificed following anesthesia by exsanguination, and 
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their heart and lung tissues were collected for further experi‑
ments.

Blood glucose detection. Blood samples were obtained from 
the abdominal aorta, allowed to clot for 30 min at 4˚C, and 
centrifuged at 3,500 x g for 10 min (4˚C). The supernatant was 
used to assess the level of blood glucose, which was deter‑
mined using a commercially available glucose kit.

Blood gas analysis, WET/DRY ratio, and hematoxylin and 
eosin (H&E) staining. Carotid blood gas analysis [partial 
pressure of oxygen (PO2)] was conducted following 2 h of 
reperfusion; the WET/DRY ratio and H&E staining were used 
to assess the degree of pulmonary injury. The lung tissues were 
weighed and dried for 48 h in an oven at a constant tempera‑
ture of 60˚C; when a dehydrated consistency was achieved, 
the tissues were weighed once again. The twice weight ratio 
was calculated as an indicator of edema. Specimens from the 
left lower lobe of the lung were fixed at 25˚C in 4% parafor‑
maldehyde for 24 h, sectioned (2‑µm thick) and stained with 
hematoxylin for 2 min at 25˚C followed by eosin for 2 min 
at 25˚C. Light microscopic examination was conducted to 
determine the following: i) Pulmonary interstitial edema; 
ii) airway epithelial injury; iii) the degree of hyalinization; and 
vi) the lung injury score. The criteria for the lung injury score 
was membrane formation, neutrophil infiltration and alveolar 
hemorrhage  (7,19). The indices were graded as follows: 
i) Normal=0'; ii) minimal change=1'; iii) mild change=2'; 
iv) moderate change=3'; and v) severe change=4'. Collectively, 
each section received five scores, and the scores for each crite‑
rion were used to evaluate the degree of lung tissue injury.

Detection of myocardial enzyme levels. Following sacrifice, 
the blood of each rat was collected via the tail vein and the 
serum was isolated as aforementioned. Using commercially 
available kits (per the manufacturers' instructions), LDH and 
CK‑MB were detected to evaluate the level of damage to the 
heart muscle.

Determination of SOD, GSH and 15‑F2t‑IsoP levels. Lung 
tissues were homogenized, centrifuged at 4,000 x g, 4˚C for 
10 min, and the supernatant was collected and stored at ‑80˚C. 
The levels of SOD, GSH and 15‑F2t‑IsoP were determined 
using commercially available kits per the manufacturers' 
protocols.

Detection of leukocyte count, and the levels of TNF‑α, IL‑6 
and IL‑8 in the bronchoalveolar lavage (BAL) fluid. The 
leukocyte count, and the levels of TNF‑α, IL‑6 and IL‑8 in the 
BAL fluid of diabetic rats were evaluated using commercially 
available kits.

Western blotting. Total protein was extracted from lung tissues 
using RIPA buffer (containing 0.1% PMSF; cat. no. R0278; 
Sigma‑Aldrich; Merck KGaA). Equal amounts of protein from 
each sample (50 mg) were separated via SDS‑PAGE on 10% or 
12% gels, and subsequently transferred to polyvinylidene fluo‑
ride membranes. The membranes were then incubated with 
primary antibodies overnight at 4˚C, and washed prior to a 
second incubation with horseradish peroxidase (HRP)‑coupled 

goat anti‑mouse (1:1,000) or goat anti‑rabbit secondary 
antibodies (1:1,000) for 1 h at room temperature. The chemi‑
luminescence signals were detected using the EasySee® 
Western Blot Kit (Beijing TransGen Biotech Co., Ltd.), and 
densitometric analysis was conducted using ImageJ  1.43 
(National Institutes of Health). The primary antibodies and 
their dilutions were as follows: Anti‑LC3I (1:1,000), LC3II 
(1:1,000), beclin‑1 (1:1,000), p62 (1:1,000), Atg5 (1:1,000) and 
β‑actin (1:1,000; cat. no. BM3873; Wuhan Boster Biological 
Technology, Ltd).

Statistical analysis. SPSS  21.0 (IBM Corp.) was used 
for statistical analysis, and all data are presented as the 
mean ± standard deviation (SD). For gene expression, one‑way 
ANOVA followed by Tukey's post hoc test was used to test 
for differences among groups. To analyze lung injury scores, 
Kruskal‑Wallis test was performed, followed by Dunn's 
multiple comparison test. P<0.05 was considered to indicate a 
statistically significant difference.

Results

Myocardial injury following myocardial I/R in diabetic rats. 
Following myocardial I/R, the morphology of the myocardial 
tissue of diabetic rats was notably altered; myocardial fiber 
arrangement was disordered and even partially dissolved 
(Fig.  1A). Furthermore, the levels of CK‑MB and LDH, 
markers of myocardial tissue damage, were significantly 
higher in the DM+myocardial I/R group than those in the 
Sham group (P<0.05; Fig. 1B and C). These findings suggested 
that hyperglycemic rats are prone to myocardial injury, and 
that I/R accelerates diabetic myocardial injury.

Diabetes aggravates ALI following myocardial I/R, which 
is accompanied by an impaired autophagy status. Present 
experimentation demonstrated that ALI occurs in diabetic 
rats following myocardial I/R. As shown in Fig. 2A‑D, H&E 
staining of the lung tissues revealed ALI with alveolar and 
interstitial edema, hemorrhage and inflammatory cell infiltra‑
tion. These pathological changes were more severe in diabetic 
rats. Compared with the Sham group, the degree of lung injury 
in the DM+myocardial I/R groups was significantly increased 
compared with the control and sham groups (P<0.05; Fig. 2E). 
These results indicated that diabetic rats with myocardial I/R 
exhibited a greater degree of lung injury than those in the 
Sham group.

Effects of Rap and 3‑MA on ALI following myocardial I/R in 
diabetic rats. As shown in Fig. 3, compared with the Sham 
group, myocardial I/R significantly decreased lung function 
in rats (P<0.05; Fig. 3A); lung tissue damage was significantly 
enhanced (P<0.05; Fig. 3B), and the WET/DRY ratio of the 
lung tissue was increased (P<0.05; Fig. 3C), indicating that 
myocardial I/R injury induces and accelerates ALI in diabetic 
rats. The autophagy inducer Rap further enhanced I/R‑induced 
ALI damage, and by contrast, the inhibitor 3‑MA alleviated 
ALI compared with the DM+myocardial I/R group (P<0.05; 
Fig. 3A‑C).

Autophagy is reportedly initiated by the activation of 
beclin‑1 and the binding of LC‑3II to autophagosomes. 
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Thus, beclin‑1 and LC‑3II expression are considered as 
specific markers of autophagic initiation (20). As shown in 
Fig. 3D and E, the expression levels of LC‑3II/LC‑3I and 
beclin‑1 were significantly increased in diabetic rats compared 
with those in the Sham group (P<0.05), which was enhanced 
by Rap and reversed by 3‑MA treatment. These results indi‑
cated that diabetes accompanied by myocardial I/R impairs 
the autophagic state.

Effects of Rap and 3‑MA on pulmonary inflammation and 
oxidative stress in diabetic rats subjected to myocardial I/R. 
Myocardial I/R aggravates inflammation and oxidative stress 

in diabetic rats, which promotes autophagy‑associated injury. 
The leukocyte count, and the levels of TNF‑α, IL‑6 and IL‑8 
have been regarded as common indicators of the extent of 
lung injury. Thus, the BAL fluid was collected and analyzed 
to assess the severity of ALI in diabetic rats. As shown in 
Fig. 4A‑D, the leukocyte counts and levels of TNF‑α, IL‑6 and 
IL‑8 in the BAL fluid of diabetic rats were significantly higher 
than those in the Sham group (P<0.05). These results suggested 
a severe inflammatory reaction in diabetic rats following 
myocardial I/R. The autophagy inducer Rap significantly 
increased the leukocyte count and levels of inflammatory cyto‑
kines, whereas the autophagy inhibitor 3‑MA had the opposite 

Figure 2. Diabetes aggravates acute lung injury following myocardial I/R. Histopathological changes in the (A) control, (B) Sham, (C) DM and (D) DM+I/R 
groups. Acute lung injury with interalveolar and interstitial edema, bleeding and inflammatory cell infiltration were observed using light microscopy (magni‑
fication, x20). (E) Lung injury score was quantified. All values are expressed as the mean ± SD, n=8. *P<0.05 vs. the control group. DM, diabetes mellitus; 
I/R, ischemia/reperfusion.

Figure 1. Myocardial injury induced by myocardial I/R in DM rats. (A) Histopathological changes in the lungs of control and DM rats subjected to sham 
surgery or myocardial I/R were observed using light microscopy (magnification, x40). It was observed that the arrangement of myocardial fibers was disor‑
dered, and some were no longer visible. Expression levels of (B) CK‑MB and (C) LDH. Values are expressed as the mean ± SD from three independent 
experiments. *P<0.05 and #P<0.01 vs. the Sham group. I/R, ischemia/reperfusion; CK‑MB, creatine kinase isoenzyme MB; LDH, lactate dehydrogenase; 
DM, diabetes mellitus.
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effects (P<0.05). The influence of autophagy on pulmonary 
oxidative stress in diabetic rats was also investigated following 
myocardial I/R. The results also showed that ALI significantly 
decreased SOD activity and increased 15‑F2t‑IsoP formation, 
as compared with the Sham group (P<0.05; Fig. 4E and F). All 
pulmonary inflammatory changes were increased by Rap, but 
were reversed by 3‑MA administration.

Effect of OMT on autophagy in myocardial I/R‑induced lung 
injury in diabetic rats. Autophagy is activated when myocar‑
dial I/R in diabetic rats induces ALI. To investigate the effect of 
OMT on autophagy in myocardial I/R‑induced ALI in diabetic 
rats, the expression of LC‑3II/LC‑3I, Beclin‑1, p62 and Atg5 
was evaluated. Compared with the Sham group, the expression 
levels of LC‑3II/LC‑3I, Beclin‑1 and Atg5 were significantly 
upregulated, and the expression of p62 was downregulated 
following myocardial I/R in diabetic rats (P<0.05; Fig. 5A‑D). 
Furthermore, these effects were reversed following treatment 

with OMT, in a dose‑dependent manner (P<0.05). These find‑
ings suggested that OMT inhibits ALI‑induced autophagy in 
diabetic rats.

Discussion

At present, there are an increasing number of studies focusing 
on diabetic complications, including those of the heart and 
kidney, as well as retinopathic injuries (21,22). However, rela‑
tively few reports have focused on the influence of diabetes 
on the lungs, especially in ALI induced by diabetic myocar‑
dial infarction. The results of the present study revealed that 
the diabetic lung is more susceptible to myocardial I/R, and 
provided further evidence that ALI following myocardial I/R 
is associated with aberrant autophagy. Using the autophagy 
inducer Rap or the autophagy inhibitor 3‑MA, it was further 
confirmed that autophagy is implicated in ALI caused by 
myocardial I/R under diabetic conditions, which is consistent 

Figure 3. Effects of Rap and 3‑MA on acute lung injury following myocardial I/R in DM rats. Effects of Rap and 3‑MA on (A) carotid blood PO2, (B) lung 
injury score and (C) WET/DRY ratio. Representative western blot images demonstrating the effects of Rap and 3‑MA on (D) LC‑3II/LC‑3I and (E) Beclin‑1 
expression levels in control and DM rats following myocardial I/R. All values are expressed as the mean ± SD, n=8. *P<0.05 vs. the Sham group. #P<0.05 vs. 
I/R group. Rap, rapamycin; 3‑MA, 3‑Methyladenine; I/R, ischemia/reperfusion; PO2, partial pressure of oxygen; DM, diabetes mellitus.
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with previous findings (5,7). To the best of our knowledge, the 
present study was the first to investigate the protective effects 
of OMT on myocardial I/R‑associated ALI, via the inhibition 
of autophagy in diabetic rats.

Diabetes remains a major global health issue, and persis‑
tent hyperglycemia causes systemic damage to various organs; 
such complications include diabetic cardiomyopathy, diabetic 
nephropathy, retinopathy, neuropathy and diabetic foot (1,23). 
Changes in the normal anatomy and biological characteris‑
tics of the lung during diabetes significantly accelerates the 
deterioration in respiratory function (2). Previous studies have 
demonstrated that diabetes disrupts ventilation by reducing 
respiratory muscle strength  (24). Additionally, abnormal 
saccharification leads to thickening of the basement membrane 
and proliferation of vascular smooth muscle cells, reducing 
ventilation capacity and blood flow to the area. Experiencing 
acute or chronic lung and/or heart disease during diabetes 
confers vulnerability to the diabetic lung, and patients with 
diabetes are at a higher risk of developing cardiovascular 
diseases, and thus have a poor prognosis following myocardial 

infarction (25,26). Acute myocardial ischemia is regarded to 
be the primary cause of ALI, resulting in acute severe pulmo‑
nary hypertension (27) and pulmonary hemodynamics (28). 
Previous studies have demonstrated several mechanisms 
of ALI that are associated with the pulmonary dysfunction 
induced by myocardial I/R (29,30). Under diabetic conditions, 
the lung tissue is characterized by a large number of oxygen 
free radicals (primarily reactive oxygen species) accompanied 
by a decrease in its antioxidant capacity, including activation 
of NADPH oxidase, decreased SOD activity and reduced GSH 
levels. In addition, diabetes promotes the release of various 
proinflammatory cytokines, which further exacerbate reduced 
lung function and ALI. Numerous studies have demonstrated 
that inhibiting the pulmonary inflammatory response and 
reducing oxidative stress alleviates lung injury in diabetic 
conditions  (31,32). In  vivo animal experiments have also 
indicated that myocardial I/R aggravates lung tissue injury, 
which is involved in oxidative stress and the inflammatory 
response in diabetes (33). The present study demonstrated that 
oxidative damage and inflammation accelerate diabetic lung 

Figure 4. Effects of Rap and 3‑MA on pulmonary inflammation in DM rats subjected to myocardial I/R. Effects of Rap and 3‑MA on (A) IL‑6, (B) IL‑8, 
(C) leukocyte counts and (D) TNF‑α in the bronchoalveolar lavage fluid. Effects of Rap and 3‑MA on (E) SOD and (F) 15‑F2t‑Isop in lung tissues from control 
and DM rats following myocardial I/R. All values are expressed as the mean ± SD, n=8. *P<0.05 vs. the Sham group; #P<0.05 vs. the I/R group. Rap, rapamycin; 
3‑MA, 3‑Methyladenine; I/R, ischemia/reperfusion; IL, interleukin; TNF‑α, tumor necrosis factor‑α; SOD, superoxide dismutase; 15‑F2t‑Isop, 15‑F2t‑isopro
stane; DM, diabetes mellitus.
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injury, especially when accompanied by myocardial I/R. The 
results of the present study also revealed a significant decrease 
in the antioxidant capacity of lung tissue (including decreased 
SOD activity and increased formation of 15‑F2t‑IsoP), and an 
increase in inflammatory cytokines (leukocyte count, TNF‑α, 
IL‑6 and IL‑8) in diabetic rats, accompanied by higher lung 
injury scores and WET/DRY ratios, and a lower PO2; these 
findings are consistent with those previously reported (10), and 
indicate that myocardial I/R accelerates the loss of pulmonary 
function and results in severe lung injury in diabetic rats.

Autophagy is a eukaryotic cellular self‑degradation and 
recycling process in which intracellular membrane struc‑
tures package protein complexes and organelles to degrade 
and recycle intracellular proteins and damaged organelles, 
maintaining the normal cellular function. Under normal 
circumstances, autophagy is a homeostatic mechanism for 
cell survival and maintenance via the lysosomal degradation 
of cytoplasmic constituents. However, accumulating evidence 
indicates that under pathological conditions, such as inflamma‑
tion, diabetes, a high‑fat diet and oxidative stress, autophagic 
dysfunction is linked to cell death processes (34,35). Autophagy 
has been demonstrated to play an important role in regulating 

normal function of pancreatic β cells and insulin‑target tissues 
in the liver, and adipose tissue. Enhanced autophagy also acts 
as a protective mechanism against oxidative stress in these 
tissues. Altered autophagic activity has been implicated in 
the progression of obesity to T2DM through impaired β cell 
function and development of insulin resistance (36). Moreover, 
there is ample evidence to suggest that lung I/R injury promotes 
excessive autophagy (13), and cold ischemia preservation for 
lung transplantation has been shown to induce autophagy to 
varying degrees over different time periods (37). Based on 
this evidence, it was speculated that the severity and duration 
of I/R could influence the degree of autophagy, promoting 
either cell survival or death. The results of the present study 
further confirmed the fact that the pulmonary autophagy 
state was excessive in both control and diabetic rats subjected 
to 30 min ischemia, followed by 2 h reperfusion. Defective 
autophagy was also observed in lung tissues subjected to I/R, 
which is consistent with a previous report (16). The expression 
levels of markers of autophagy, such as of LC3‑II/LC3‑I and 
Beclin‑1 were therefore investigated in the present study, and 
were found to be increased in diabetic rats following myocar‑
dial I/R, suggesting that myocardial I/R induces autophagy. 

Figure 5. Effect of OMT on autophagy in lung injury after myocardial I/R in DM rats. Effects of OMT on (A) LC‑3II/LC‑3I, (B) Beclin‑1, (C) p62 and 
(D) Atg5 expression levels. All values are expressed as the mean ± SD, n=8. *P<0.05 vs. the Sham group; #P<0.05 vs. the I/R group. OMT, oxymatrine; 
I/R, ischemia/reperfusion; DM, diabetes mellitus; Atg5, autophagy protein 5.
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Furthermore, an upregulation in Atg5 and a downregulation in 
p62 were observed in the diabetic rats, and these effects were 
reduced by OMT. Autophagy selectively degrades damaged 
cellular organelles and protein aggregates, while apoptosis 
removes damaged or aged cells. Maintaining a balance 
between autophagy and apoptosis is critical for cell fate. I/R 
accelerates autophagy and then contributes to cell apoptosis, 
which is widely accepted. In present study, it was found that 
I/R disturbed the balance between autophagy and cell apop‑
tosis, which exacerbated tissue damage.

In order to clarify whether diabetes induced by STZ or 
a high‑sugar, high‑fat diet promotes autophagy, the phos‑
phoinositide 3‑kinase inhibitor, 3‑MA, was utilized. Rap was 
also used to induce autophagy. During treatment with OMT, 
LC3‑II expression was significantly decreased in diabetic rats 
in a concentration‑dependent manner. The effect of OMT was 
similar to that of 3‑MA. To the best of our knowledge, the 
present study is the first to demonstrate that OMT ameliorates 
myocardial I/R‑induced ALI by inhibiting autophagy in 
diabetic rats.

In conclusion, the present study demonstrated that 
diabetes‑impaired autophagic status is associated with ALI 
following myocardial I/R in diabetic rats. Blocking autophagy 
may improve myocardial I/R‑induced ALI by inhibiting 
inflammatory and oxidative stress responses. Furthermore, 
OMT inhibits ALI‑associated autophagy following diabetic 
myocardial I/R. These results suggested that OMT treatment 
may be an effective strategy for maintaining autophagic 
homeostasis.
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