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Objective(s): Ginkgo biloba leaf extract (EGb-761) injection has been widely used as adjuvant therapy 
for cerebral stroke in China. However, its underlying pharmacological mechanism is not completely 
understood. The present study aimed to investigate whether the therapeutic effects of EGb-761 are 
exerted by modulating autophagy flux. 
Materials and Methods: Ischemic cerebral stroke was prepared in male Sprague-Dawley rats by 
middle cerebral artery occlusion (MCAO) followed by reperfusion. The MCAO/reperfusion rats were 
then treated with EGb-761 injection once daily for 7 days. Thereafter, the brain tissues in the ischemic 
penumbra were obtained to detect the key proteins in the autophagic/lysosomal pathway with 
Beclin1, LC3, (SQSTM1)/p62, ubiquitin, LAMP-1, cathepsin B, and cathepsin D antibodies by western 
blot and immunofluorescence. Meanwhile, the infarct volume, neurological deficits, and neuronal 
apoptosis were assessed to evaluate the therapeutic outcomes.
Results: The results illustrated that EGb-761 treatment was not only able to promote the autophagic 
activities of Beclin1 and LC3-II in neurons, but also could enhance the autophagic clearance, as 
indicated by reinforced lysosomal activities of LAMP-1, cathepsin B, and cathepsin D, as well as 
alleviating autophagic accumulation of ubiquitin and insoluble p62 in the MCAO+EGb-761 group, 
compared with those in the MCAO+saline group. Meanwhile, cerebral ischemia-induced neurological 
deficits, infarct volume, and neuronal apoptosis were significantly attenuated by 7 days of EGb-761 
therapy. 
Conclusion: Our data suggest that EGb-761 injection can elicit a neuroprotective efficacy against 
MCAO/reperfusion injury, and this neuroprotection may be exerted by enhancement of autophagy 
flux in neurons in the ischemic penumbra. 
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Introduction
Ischemic stroke is a leading cause of permanent 

disability and the second most common cause of death 
throughout the world (1). There are approximately 15 
million people who suffer a stroke each year, and most 
stroke survivors are suffering from serious neurological 
impairments (2). Moreover, a huge number of stroke 
patients presents great economic and social burdens 
(3). After cerebral ischemia, diverse pathological 
mechanisms are triggered, including inflammatory 
response, apoptosis, calcium overload, oxidative 
stress, and excitotoxic injury which collectively result 
in cellular death within the brain (4-6). The only U.S. 
Food and Drug Administration (FDA)-approved drug 
for the treatment of ischemic stroke is the tissue-type 
plasminogen activator (tPA), but the narrow therapeutic 
time window within 4.5 hr greatly limits its application 
[7), leading to only about 5% of the patients benefiting 
from this treatment. Neuroprotective components 
have been previously identified for stroke treatment, 
such as antiplatelet agents, fibrinolytic agents, and 
anticoagulants (8), but their beneficial effects are still 

very limited. Thus, novel drugs are urgently needed for 
patients suffering from ischemic stroke.

Ginkgo biloba is a traditional Chinese herb and widely 
used to treat brain disorders for  thousands  of  years 
(9). Herbal medicines generally constitute tens of or 
hundreds of components. Therefore, identifying and 
isolating the effective components from the herbal 
medicines is essential to their application (10). For 
this reason, a standardized formulation of Gingko 
biloba leaf extract (EGb-761®) has been determined to 
contain ~24% flavone glycosides, ~6% terpene lactones 
consisting of 2.6%-3.2% bilobalide, and 2.8%-3.4% 
ginkgolides (A, B, and C), and less than 5 ppm ginkgolic 
acid (11). The flavonoids and terpene trilactones are 
generally considered to be the bioactive components in 
EGb-761 (12). EGb-761 has been used to treat various 
ailments, such as Alzheimer’s disease, dementia, 
cerebrovascular insufficiency, and cerebral infarction 
(13, 14), etc. Insufficiency of blood flow, ischemia, and 
neurodegeneration are three primary pathological 
elements that deteriorate the neurological injury 
following ischemic stroke. Animal studies have shown 



1139Iran J Basic Med Sci, Vol. 24, No. 8 , Aug 2021

EGb-761 boosts autophagy to alleviate post-stroke injury Yihao et al.

that EGb-761 was not only able to increase cerebral 
blood flow after stroke (15), but also could alleviate the 
reperfusion injury by enhancing free-radical scavenging 
after restoration of blood flow (16). Meanwhile, EGb-
761 has been demonstrated to attenuate excitotoxic 
injury by inhibition of ischemia-induced glutamate 
release (17). Besides, EGb-761 was shown to reduce 
infarct volume, attenuate apoptosis, and improve 
neurological function (18). Moreover, clinical trials have 
also reported the neuroprotective effect of EGb-761 in 
the treatment of ischemic stroke (19). However, these 
animal studies and clinical researches only displayed its 
therapeutic outcomes, but seldom elucidated how EGb-
761 elicited the neuroprotection after stroke.

Autophagy is initially known as a cellular protective 
mechanism by which damaged organelles, superfluous 
cytoplasmic components, nonfunctional proteins, 
and certain pathogens are delivered to lysosomes for 
degradation (20). Autophagy plays a cytoprotective 
role in cell survival by retaining ATP source, and by 
reclaiming cytoplasmic constituents and essential 
nutrients under physiological conditions (21). It can 
be prominently activated by ischemia following stroke 
(22), but the role of autophagy in cerebral stroke is 
continuously controversial (23). Increasing evidence 
demonstrated the neuroprotective effects of autophagy 
in ischemic stroke (24). However, numerous studies 
also showed the detrimental role of autophagy in 
cerebral ischemia (25). In fact, autophagy is metabolic 
machinery containing several consecutive processes of 
autophagosome formation, fusion of the autophagosome 
with lysosomes, and autophagic degradation in 
autophagolysosomes (26). The integral state of these 
autophagic processes can be termed “autophagy 
flux”, being very important for restoration of cellular 
homeostasis (27). To achieve the function of metabolic 
clearance, the contents within autophagosomes need 
to be efficiently digested by lysosomes (28). Thus, 
autophagic degradation in lysosomes is a critical step 
for the final clearance of autophagic cargoes, and 
the lysosomal function, therefore, plays a key role in 
autophagy. A recent study illustrated that lysosomal 
dysfunction-caused autophagy flux impairment might 
be the main pathogenesis of neurological injury after 
stroke (29). Therefore, we especially focused on the 
state of lysosomal capacity besides autophagic activity 
to monitor the integral autophagy flux after ischemic 
stroke in our study. 

EGb-761 has been shown to elicit neuroprotective 
effects against ischemic injury after stroke. Meanwhile, 
autophagy has been validated to extensively participate 
in the pathological processes of cerebral stroke. We 
discussed whether the neuroprotection elicited by EGb-
761 treatment was induced by modulation of autophagic/
lysosomal pathway after ischemic stroke. Therefore, 
this study was first to uncover whether EGb-761 could 
alleviate neurological injury after ischemic stroke, and 
then investigated the efficacy of EGb-761 on autophagy 
flux. The results demonstrated that 7 days of EGb-761 
treatment significantly alleviated the neurological 
injury after ischemic stroke. Moreover, EGb-761 therapy 
was not only able to promote the autophagic activities in 
neurons at the ischemic penumbra, but also could restore 
the ischemic stroke-caused lysosomal dysfunction and 

consequently attenuated the autophagic accumulation. 
Based on these data, we concluded that EGb-761 elicited 
neuroprotection against cerebral ischemia/reperfusion 
injury by enhancement of autophagy flux.    

Materials and Methods
Experimental animals

Pathogen-free male Sprague-Dawley rats were 
purchased from Hunan Slac Laboratory Animal 
Corporation (certificated number: SCXK2016-0002). 
The rats were 9–10 weeks old weighing 250 g–280 
g and fed with animal welfare practices. The animals 
were given free access to fresh water and food under 
controlled conditions with 21±1 °C and 60±5% relative 
humidity. Surgeries were performed under anesthesia 
with 10% chloral hydrate to minimize the suffering. 
All animal experiments were approved by the animal 
experiment committee of Kunming University of 
Science and Technology (Kunming, China). A total of 
66 rats were recruited, 12 rats died during or after the 
operation (mortality was approximately 18.18%). 54 
animals were included in this study: 18 rats were used 
to evaluate neurological deficit and infarct volume, 18 
animals were for TdT-mediated dUTP Nick-End Labeling 
(TUNEL) and immunofluorescence, and the remaining 
18 rats were used to detect the proteins in autophagic/
lysosomal pathway by western blot.  

Preparation of middle cerebral artery occlusion 
(MCAO)/reperfusion in rats

A rat model of transient ischemic stroke was 
prepared under anesthesia with 10% chloral hydrate 
(400 mg/Kg, IP). The left external carotid artery (ECA), 
internal carotid artery (ICA), and common carotid 
artery (CCA) were isolated from adjacent nerves 
and muscles, respectively. A 4-0 nylon monofilament 
(Beijing Xinong Biotechnology Co., Ltd, Beijing, China) 
was first inserted into ECA through a mini-incision on 
ECA, and then returned into ICA from CCA, and finally 
advanced 20±1 mm into the middle cerebral artery. The 
nylon monofilament was coated with a round polylysine 
tip that was approximately 0.36 mm, being similar to 
the diameter of the middle cerebral artery of SD rats 
weighing 250–280g. Therefore, the insertion with a 
nylon monofilament could lead to complete occlusion 
of the middle cerebral artery (MCAO). After 90 min of 
MCAO, the nylon monofilament was gently withdrawn 
for reperfusion. The method to prepare the MCAO/
reperfusion rat model was also based on our previous 
study (30).

EGb-761 treatment and experimental groups 
The MCAO/reperfusion rats were randomly divided 

into 3 groups: MCAO+EGb group, the rats were treated 
with EGb-761 injection (Zhonghao International Co. 
Ltd., China, 10 mg/Kg) by intraperitoneal injection 
(IP) once daily for 7 days after onset of reperfusion. 
Because a study (31) has shown that a dose of 10 mg/
Kg of EGb-761 treatment could significantly alleviate 
cerebral ischemia-caused neurological injury, so we 
determined this administration dose to investigate its 
neuroprotective mechanism in this study; MCAO+saline 
group, the animals were given the same volume of 
physiological saline instead of EGb-761 injection; Sham 
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group, the sham operation rats were administrated the 
same volume of physiological saline.

Protein isolation and western blot   
The MCAO/reperfusion rats were sacrificed under 

anesthesia by 10% chloral hydrate (400 mg/Kg, IP) 
after 7 days of EGb-761 treatment. The brain tissues 
in the penumbra were rapidly isolated on ice, and 
homogenized by abrasiveness, and were then added 
into a RIPA buffer (containing 50 mM Tris pH 7.4, 150 
mM NaCl, 1% TritonX-100, 1% sodium deoxycholate, 
and 0.1% SDS, Beijing BLKW Biotechnology Co., 
Ltd, Beijing, China) for 45 min at room temperature. 
After 12,000g centrifugation for 15 min at 4 °C, the 
supernatants of the penumbral tissues were obtained. 
Meanwhile, the insoluble proteins in the lysates were 
obtained with a kit of Inclusion Body Solubilization 
Buffer (Sangon Biotechnology, Shanghai, China). 
SDS-PAGE gel electrophoresis was used to separate 
the proteins in the supernatants. The proteins were 
then transferred into polyvinylidene fluoride (PVDF) 
membranes (Millipore, Billerica, MA, USA). Thereafter, 
the PVDF membranes were blocked with 10% nonfat 
milk at room temperature for 2 hr and then washed 
with PBST (PBS containing 0.1% polysorbate 20). 
Rabbit antibodies against rat LC3 (1:1000 in PBST, 
Cell Signaling Technology, Danvers, MA, USA), Beclin1 
(1:1000, Cell Signaling Technology), SQSTM1/p62 (Cell 
Signaling Technology, 1:1000), Cathepsin B (Santa Cruz 
Biotechnology, Dallas, TX, USA, 1:1000), Cathepsin D 
(Santa Cruz Biotechnology, 1:1000), LAMP-1 (ABclonal 
Technology, Wuhan, China, 1:700), ubiquitin (ABclonal 
Technology, 1:800) and beta-actin (1:10000, β-actin, 
Abcam, Cambridge, UK) were incubated at 4 °C 
overnight. After washing, the horseradish peroxidase 
(HRP)-conjugated anti-rabbit IgG (1:5000, Invitrogen, 
Shanghai, China) was labeled at room temperature for 
1 hr. After 2 hr of washing under shaking, the reaction 
was amplified by electrochemiluminescence (ECL). The 
optical density of the bands was quantified by Image J 
software. The fluorescence density was normalized to 
β-actin.

Immunofluorescence
The rats were sacrificed under anesthesia after 7 

days of EGb-761 treatment. The brains were quickly 
removed and dehydrated in a 30% sucrose solution 
(Solarbio Science & Technology Co., Ltd, Beijing, China) 
for 24 hr, and were coronally sliced into sections of 
20 μm of thickness with a freezing microtome (SLEE, 
Mainz, Germany). The brain sections were washed with 
0.01M PBS and were permeabilized with Triton X-100 
(0.2% in PBS) for 15 min. To block the non-specific 
reaction, the sections were dealt with BSA (10% in 
PBS, Sigma, St. Louis, MS, USA) for 1 hr. After that, 
rabbit antibodies against rat LC3 (1:400, Cell Signaling 
Technology, Danvers, MA, USA), Iba-1(1:400, Abcam), 
GFAP (1:400, Cell Signaling Technology), p62 (1:400, 
Cell Signaling Technology), mouse antibody against rat 
NeuN (1:400, Abcam, Cambridge, UK), LAMP-1 (1:200, 
ABclonal Technology, Wuhan, China) and Cathepsin 
B (1:400, Santa Cruz Biotechnology, Dallas, TX, USA) 
were added for incubation at room temperature for 4 
hr. After a washing step, the Alexa Fluor-594-conjugated 

anti-rabbit IgG (1:800, Invitrogen, Shanghai, China) and 
Alexa Fluor-488-conjugated anti-mouse IgG (1:800, 
Invitrogen) were labeled for 2 hr in the dark. After 
washing, 4’, 6-diamidino-2-phenylindole (DAPI, 1:1000, 
Cell Signaling Technology) were added to counterstain 
in the dark for 5 min. After a washing step, the reaction 
was detected with a fluorescent microscope (Nikon 
Instruments Co., Ltd., Tokyo, Japan). Results were 
expressed as percentages of positive cells. Under high 
magnification (×400), the number of reaction-positive 
cells and the total number of cells were counted in 10 
randomly selected penumbral areas in each section, 
respectively; five sections must be counted from each 
sample.  

Detection of neuronal apoptosis
The 20 μm-thickness brain sections were prepared 

as mentioned above. The sections were first stained by 
immunofluorescence with a primary mouse antibody 
against rat NeuN (a neuron marker, 1:400, Abcam, 
Cambridge, UK) and second antibody of Alexa Fluor-
488-conjugated anti-mouse IgG (1:800, Invitrogen, 
Shanghai, China). After immunofluorescence, the brain 
sections were then stained with TdT-mediated dUTP 
Nick-End Labeling (TUNEL) to detect neuronal apoptosis 
at the penumbra. The TUNEL staining was performed 
according to instructions provided by the TUNEL kit 
(Beyotime Biotechnology Co., Ltd, Shanghai, China). 
Finally, the sections were counterstained with DAPI 
(1:1000, Cell Signaling Technology). The results were 
expressed as percentages of TUNEL-positive neurons. 
Under high magnification (×400), the number of TUNEL-
positive neurons and the total number of neurons were 
counted in 10 randomly selected penumbral areas in 
each section, respectively; five sections must be counted 
from each sample.    

Modified neurological severity score (mNSS)
Neurological deficit was scored by a modified 

neurological severity score (mNSS) test after 7 days 
of EGb-761 treatment, according to a previous study 
(32). The mNSS test included 4 parts: Motor function 
including abnormal movement and muscle status; 
Sensory function including proprioceptive, tactile, and 
visual deficits; Reflex evaluation; and test of balance 
ability. The total score was 18, and no neurological 
deficit scored 0. Therefore, a higher score indicated a 
more severe neurological deficit.

Detection of brain infarct volume
The rats were sacrificed under anesthesia with 

10% chloral hydrate (400 mg/Kg, IP). The brains were 
quickly removed on ice and immediately frozen at -20 
°C for 20 min and were then coronally sliced into 2 mm-
thickness sections. The brain sections were immediately 
stained with triphenyl tetrazolium chloride (TTC, 2% in 
PBS, Solarbio  Science  &  Technology  Co.,  Ltd, Beijing, 
China) for 30 min at 37 °C. By TTC staining, the normal 
brain tissues were shown red and the infarct tissues 
were pale. An imaging software (Adobe Photoshop CS6) 
was used to calculate the infarct volume. The result 
was determined by infarction rate (%) = A°/A’ × 100%, 
A’ was the volume of the ipsilateral hemisphere, A° 
represented the infarct volume.
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Statistical analysis
All data were presented as means ± standard error of 

the mean (SEM). Statistical differences were evaluated 
by one-way analysis of variance (ANOVA) followed 
by Dunnett’s test. P<0.05 was considered statistically 
significant.

Results
EGb-761 significantly promoted autophagic activity 

and attenuated the accumulation of autophagic cargoes 
The rats were immediately treated with EGb-761 for 

7 days following MCAO/reperfusion, the brain tissues 
in the penumbra were obtained to detect the proteins 
in the autophagic/lysosomal pathway by western 
blot. The results showed that both Beclin1 expression 
(Figures 1A, B) and the ratio of LC3-II/LC3-I (Figures 
1A, C) were significantly elevated by EGb-761 treatment 
in the MCAO+EGb-761 group, compared with those in 
the MCAO+saline group. Moreover, EGb-761 therapy 
significantly reinforced the lysosomal activities of 
LAMP-1 (Figures 1A, G), cathepsin B (Figures 1A, H), and 
cathepsin D (Figures 1A, I), and prominently reduced 
the autophagic substrates of ubiquitin (Figures 1A, F) 
and insoluble p62 (Figures 1A, E). 
EGb-761 treatment-promoted autophagic activity 
mainly occurred in neurons

Double immunofluorescence was performed 
to investigate the cellular localization of EGb-761 
treatment-altered autophagic activity with antibodies 
of LC3-II (an autophagy indicator), NeuN (a neuron 
marker), Iba-1 (a microglia indicator), and GFAP (an 
astrocyte marker). The results illustrated that the 
percentage of LC3-positive neurons (Figures 2A, E) 
was dramatically promoted by EGb-761 treatment in 
the MCAO+EGb-761 group, compared with that in the 
MCAO+saline group. However, the ratios of LC3-positive 
astrocytes (Figures 2B, F) and microglia (Figures 2C, 
G) in MCAO+EGb-761 were similar to those in the 
MCAO+saline group. 

EGb-761 therapy attenuated the ischemic stroke-
induced lysosomal dysfunction

Double immunofluorescence was performed to 
evaluate lysosomal function with antibodies of LC3-II 
(an indicator of autophagosome), LAMP-1 (a marker 
of lysosomal activation), p62 (a recruiting protein 
of autophagic substrates), and cathepsin B (a main 
protease of lysosomes). The results demonstrated that 
the percentages of LC3-II-LAMP-1 (Figures 3A, B) and 
p62-cathepsin B-positive cells (Figures 3C, D) in the 
ischemic penumbra were significantly elevated by EGb-
761 treatment, compared with those in the MCAO+saline 
group. This indicated that the ischemic stroke-caused 
lysosomal dysfunction could be restored by EGb-761 

 

Figure 1. Proteins in the autophagic/lysosomal pathway were detected by western blot after 7 days of EGb-761 treatment following MCAO/
reperfusion. The autophagic levels of Beclin-1 (Figures A, B) and LC3-II (Figures A, C), and the lysosomal activities of LAMP-1 (Figures A, G), cathepsin 
B (Figures A, H), and cathepsin D (Figures A, I) in the penumbra were significantly elevated by 7 days of EGb-761 treatment. Correspondingly, the 
autophagic substrates were dramatically reduced by EGb-761 therapy in the MCAO+EGb-761 group, compared with those in the MCAO+saline 
group. n=6, NS: not significant, * P<0.05, **P<0.01, ***P<0.001. Pro: precursor form, Mat: mature form
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therapy.

EGb-761 dramatically alleviated the cerebral 
ischemia-caused neurological deficit  

The mNSS test was assessed to investigate the effect 
of EGb-761 therapy on neurological deficit after MCAO/
reperfusion. A serious neurological deficit was observed 
in the MCAO/reperfusion rats, compared with those in 
sham surgery animals. After 7 days of EGb-761 therapy, 
the neurological deficit was obviously alleviated in 
the MCAO+EGb-761 group, compared with that in the 
MCAO+saline group (Figure 4).

Ischemic stroke-caused infarction could be 
prominently attenuated by EGb-761

The infarct volume was measured by TTC staining after 
7 days of EGb-761 treatment following MCAO/reperfusion 
(Figure 5A). The results (Figure 5B) illustrated that the 
infarct volume could be significantly attenuated by 7 
days of EGb-761 treatment in the MCAO+EGb-761 group, 
compared with that in the MCAO+saline group. 

Neuronal apoptosis in the penumbra was markedly 
reduced by EGb-761 treatment  

The neuronal apoptosis at the penumbra was 
detected by TUNEL staining compounded with 
immunofluorescence after EGb-761 treatment following 
MCAO/reperfusion (Figure 6A). The result (Figure 6B) 
showed that the percentage of TUNEL-positive neurons 
was significantly higher than that in the sham group. 
After 7 days of EGb-761 treatment, the ratio of apoptotic 
neurons was markedly reduced in the MCAO+EGb-761 
group, compared with that in the MCAO+saline group. 

Discussion
Ginkgo biloba extract (EGb) is a compound drug 

 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure 2. The EGb-761 treatment-changed autophagic activity was 
further verified by double immunofluorescence and for cellular 
localization. The percentages of LC3-NeuN (Figure A), LC3-GFAP 
(Figure B), and LC3-Iba1-positive cells (Figure C) in the ischemic 
penumbra were measured by double immunofluorescence. The 
result demonstrated that the ratio of LC3-NeuN-positive cells (Figure 
E) was obviously improved by EGb-761 treatment, compared with 
that in the MCAO+saline group. Comparatively, the percentages of 
both LC3-GFAP (Figure F) and LC3-Iba1-positive cells (Figure G) in 
the MCAO+EGb-761 group were similar to those in the MCAO+saline 
group. LC3: a marker of autophagosome formation; NeuN: a neuron 
indicator; Iba-1: a microglia marker; GFAP: an astrocyte indicator. 
Bar=50 µm. The arrows indicated the LC3-positive cells. The black 
squares in Figure D showed the selected penumbral area (cortical 
brain tissue) for counting LC3-positive cells. n=6, NS: not significant, 
**P<0.01, ***P<0.001

Figure 3. Double immunofluorescence was performed to evaluate 
lysosomal function. After 7 days of EGb-761 treatment after MCAO/
reperfusion, the ratios of LC3-II-LAMP-1 (Figures A, B) and p62-
cathepsin B-positive cells (Figures C, D) in the penumbra were 
markedly promoted, compared with those in the MCAO group. This 
implied that the ischemic stroke-caused lysosomal dysfunction 
could be restored by EGb-761 therapy. LC3: a marker of the mature 
autophagosome, LAMP-1: an indicator of lysosomal activation, p62: 
a recruiting protein of autophagic substrates, cathepsin B: a main 
protease of lysosomes. Bar=50 µm. n=6, **P<0.01, ***P<0.001

 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Figure 4. mNNS test was assessed to evaluate the therapeutic effect 
of EGb-761 treatment after MCAO/reperfusion. After 7 days of EGb-
761 therapy, the ischemic stroke-induced neurological deficit was 
significantly alleviated in the MCAO+EGb-761 group, compared 
with that in the MCAO+saline group. No neurological deficiency was 
observed in the sham group. n=6, **P<0.01, ***P<0.001
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derived from Ginkgo biloba trees native to China. 
It has a long history of use in traditional Chinese 
medicine (TCM) to treat multiple diseases, such as 
cardiocerebrovascular insufficiency (33). Both animal 
studies and clinical trials confirmed that EGb was able 
to elicit noticeable neuroprotection against ischemic 
brain injury (34, 35). Based on its biological properties, 
an injection preparation of standardized Ginkgo biloba 
extract (EGb-761) has been extensively used as an 
adjunctive treatment for clinical stroke in China (36). 
Previous studies revealed that the efficacy of EGb-761 to 
alleviate post-stroke damage was exerted by reduction 
of infarct volume, inhibition of apoptosis, improvement 
of neurological function, enhancement of anti-oxidant 
enzymes, and mitigation of excitotoxic injury, etc (37, 
38). However, the detailed therapeutic mechanisms 
of EGb-761 for stroke treatment were not completely 
understood. 

Numerous studies have uncovered that autophagy 
was prominently activated by the ischemia following 
stroke. Moreover, the autophagic level had a striking 
impact on the pathological development of ischemic 
stroke (39). The roles that autophagy played in 
ischemic stroke were controversial among studies, but 
the degree of ischemia, research designs, detection 
methods, and experimental models might be the 
important elements to determine whether autophagy 
was beneficial or harmful after stroke (40, 41). Studies 
showed that acute stroke or severe ischemia might 
lead to “excessive autophagy”, and thereby aggravate 
neurological damage (42). Relative, chronic or mild 
ischemia likely induced an “appropriate autophagy”, 
thereby protecting cells by scavenging damaged tissues 
and debris (43). Unfortunately, how much autophagy 
was excessive or moderate was confused, leading to 
contradictory and even opposite conclusions being 
drawn concerning the role of autophagy in stroke 
among investigations (22, 23). However, the main fault 
of these previous studies was that they evaluated the 
role of autophagy only by investigation of autophagic 
activity. Because integral autophagy contained several 
consecutive processes of autophagosome formation and 
maturation, autophagolysosome formation by fusion 
of the autophagosome with lysosomes, and autophagic 

degradation and clearance in autophagolysosomes 
(44), so it was not convincing to determine the role of 
autophagy in stroke only by evaluation of the autophagic 
activity. For this reason, the autophagy initiation and 
autophagosome formation were respectively detected 
with Beclin1 and LC3 antibodies (45), the lysosomal 
activity was evaluated by LAMP-1 (46), cathepsin B, 
and cathepsin D (47), and the content of autophagic 
cargoes was assessed by p62 (48) and ubiquitin (49) 
in the present study. Thus, the integral autophagic 
processes could be completely monitored to investigate 
the efficacy of EGb-761 therapy on the autophagic/
lysosomal pathway (autophagy flux).

Our study demonstrated that ischemic stroke led 
to serious neurological deficit (Figure 3), cerebral 
infarction (Figure 4), and neuronal apoptosis (Figure 
5) in the MCAO+saline group. The western blot (Figure 
1A) demonstrated that the declined expression of 
LAMP-1 was accompanied by attenuated activities of 
cathepsin B and cathepsin D in the MCAO+saline group, 
compared with those in the sham group. This indicated 
that the lysosomal function was repressed by the 
ischemia after stroke. Moreover, the ischemic stroke-
weakened lysosomal capacity resulted in accumulation 
of autophagic substrates, as illustrated by the improved 
expressions of Beclin-1 (Figure 1B), LC3-II (Figure 1C), 
insoluble p62 (Figure 1E), and ubiquitin (Figure 1F). 
This outcome was also consistent with the reported 
studies which suggested that lysosomal dysfunction 
was important pathogenesis of ischemic stroke (29, 50). 
After 7 days of EGb-761 treatment, the ischemic stroke-
caused neurological injury was markedly alleviated. This 
result was also similar to the reported studies (51, 52). 
To investigate whether this neuroprotection was elicited 
by modulating the autophagic/lysosomal pathway, we 
further explored the effect of EGb-761 on autophagy flux. 
The result showed that the lysosomal dysfunction could 
be dramatically mitigated, as reflected by promoted 
expressions of LAMP-1 (Figure 1G), cathepsin B (Figure 
1H), and cathepsin D (Figure 1I) after EGb-761 therapy. 
The expressions of Beclin-1 and LC3-II at the penumbra 
were elevated by EGb-761 treatment, but the levels of 

 
  

Figure 5. Infarct volume was measured by TTC staining after 7 
days of EGb-761 treatment following MCAO/reperfusion. The 
infarct volume was significantly attenuated by EGb-761 therapy 
in the MCAO+EGb-761 group (Figure A), compared with that in the 
MCAO+saline group (Figure B). No infarction was detected in the sham 
group. n=6, **P<0.01, ***P<0.001

 

 

Figure 6. Neuronal apoptosis in the penumbra was detected by TUNEL 
staining compounded with immunofluorescence. After 7 days of EGb-
761 treatment following MCAO/reperfusion, the neuronal apoptosis 
in the ischemic penumbra was detected by immunofluorescence 
compounded with TUNEL staining (Figure A). The result (Figure 
B) indicated that the percentage of TUNEL-NeuN-positive cells in 
the MCAO+EGb-761 group was significantly lower than that in the 
MCAO+saline group. The TUNEL-positive cells (red stained) showed 
apoptotic cells, the NeunN-positive cells (green-labeled) indicated 
neurons. The arrows indicated the apoptotic neurons. Bar=50 µm. 
n=6, ***P<0.001
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insoluble p62 and ubiquitin were contrarily reduced 
in the MCAO+EGb-761 group, compared with those in 
the MCAO+saline group. This suggested that EGb-761 
treatment improved autophagic activity which inevitably 
increased the production of autophagic substrates, but 
the increased autophagic cargoes could be effectively 
degraded by EGb-761-enhanced lysosomal capacity. 
Furthermore, the immunofluorescence (Figures 2A-
C) demonstrated that EGb-761-promoted autophagic 
activity was mainly displayed in neurons at the 
ischemic penumbra (Figures 2E-G). Besides, the double 
immunofluorescence illustrated (Figures 3A, C) that 
the percentages of LC3-II-LAMP-1 (Figure 3B) and p62-
cathepsin B-positive cells (Figure 3D) were significantly 
promoted by EGb-761 treatment, compared with those 
in the MCAO+saline group. These outcomes further 
confirmed that the ischemic stroke-caused lysosomal 
dysfunction could be restored by EGb-761 therapy. 

Conclusion
Our data showed that the infarct volume, neurological 

deficit, and neuronal apoptosis were significantly 
attenuated by 7 days of EGb-761 treatment after ischemic 
stroke. Meanwhile, our results indicated that EGb-761 
therapy was not only able to promote autophagic activity 
in neurons at the ischemic penumbra, but also could 
enhance the autophagic clearance by reinforcing the 
lysosomal function after MCAO/reperfusion. Therefore, 
we concluded that the EGb-761-elicited neuroprotection 
was exerted by facilitation of autophagic/lysosomal 
pathway (autophagy flux) after ischemic stroke.               

Acknowledgment
This work was supported by grants from the National 

Natural Science Foundation of China (No.81860411, and 
No.81960418), Yunnan Ten Thousand Talents Plan Young 
& Elite Talents Project (No.YNWR-QNBJ-2018-034), 
Yunnan Applied Basic Research Projects Fund of 
Yunnan Provincial Department of Science & Technology 
(No.2019FB098 and No.202001AT070049), and Science 
Research Fund of Yunnan Provincial Department of 
Education (No. 2018JS016).

Authors’ Contributions
DYH, GT, and HHY designed the experiments; GT 

performed experiments and collected data; DYH, GT, 
WZY, ZXM, and DLL discussed the results and strategy; 
DYH supervised, directed and managed the study; 
DYH, GT, and HHY final approved of the version to be 
published. 

Conflicts of Interest
The authors declare that they have no conflicts of 

interest.

References
1.	 Feigin VL, Vos T. Global burden of neurological disorders: from 
global burden of disease estimates to actions. Neuroepidemiology 
2019;52:1-2.
2.	 Meschia JF, Brott T. Ischemic stroke. Eur J Neurol 
2018;25:35-40. 
3.	 Sun H, Zou X, Liu L. Epidemiological factors of stroke: A 
survey of the current status in China. J Stroke. 2013;15:109-114.

4.	 Bano D, Ankarcrona M. Beyond the critical point: An 
overview of excitotoxicity, calcium overload and the downstream 
consequences. Neurosci Lett. 2018;663:79-85.
5.	 Radak D, Katsiki N, Resanovic I, Jovanovic A, Sudar-
Milovanovic E, Zafirovic S, et al. Apoptosis and acute 
brain ischemia in ischemic stroke. Curr Vasc Pharmacol 
2017;15:115-122.
6.	 Khoshnam SE, Winlow W, Farzaneh M, Farbood Y, 
Moghaddam HF. Pathogenic mechanisms following ischemic 
stroke. Neurol Sci 2017;38:1167-1186.
7.	 Leng T, Xiong ZG. Treatment for ischemic stroke: From 
thrombolysis to thrombectomy and remaining challenges. 
Brain Circ 2019;5:8-11.
8.	 Yuh WT, Alexander MD, Ueda T, Maeda M, Taoka T, Yamada 
K, et al. Revisiting current goldens rules in managing scute 
ischemic stroke: evaluation of new dtrategies to further 
improve treatment selection and outcome. AJR Am Roentgenol 
2017;208:32-41.
9.	 Nash KM, Shah ZA. Current perspectives on the beneficial 
role of Ginkgo biloba in neurological and cerebrovascular 
disorders. Integr Med Insights 2015;10:1-9.
10.	Chau FT, Chan HY, Cheung CY, Xu CJ, Liang Y, Kvalheim OM. 
Recipe for uncovering the bioactive components in herbal 
medicine. Anal Chem 2009;81:7217-7225.
11.	Van Beek TA, Montoro P. Chemical analysis and quality control 
of Ginkgo biloba leaves, extracts, and phytopharmaceuticals. J 
Chromatoqr A 2009;1216:2002-2032.
12.	Mohanta TK, Tamboli Y, Zubaidha PK. Phytochemical 
and medicinal importance of Ginkgo biloba L. Nat Prod Res 
2014;28:746-752.
13.	Liu H, Ye M, Guo H. An updated review of randomized 
clinical trials testing the improvement of cognitive function 
of  Ginkgo biloba  extract in healthy people and alzheimer’s 
patients. Front Pharmacol. 2020;10:1688.
14.	Savaskan E, Mueller H, Hoerr R, von Gunten A, Gauthier 
S. Treatment effects of Ginkgo biloba extract EGb 761® on 
the spectrum of behavioral and psychological symptoms of 
dementia: meta-analysis of randomized controlled trials. Int 
Psychogeriatr 2018;30:285-293.
15.	Hosseini-Sharifabad M, Anvari M. Effects of Ginkgo biloba 
extract on the structure of Cornu Ammonis in aged rat: a 
morphometric study. Iran J Basic Med Sci 2015;18:932–937.
16.	Zhou X, Qi Y, Chen T. Long-term pre-treatment of anti-
oxidant Ginkgo biloba extract EGb-761 attenuates cerebral 
ischemia-induced neuronal damage in aged mice. Biomed 
Pharmacother 2017;85:256-263.
17.	Chandrasekaran K, Mehrabian Z, Spinnewyn B, 
Chinopoulos C, Drieu K, Fiskum G.  Neuroprotective effects of 
bilobalide, a component of Ginkgo biloba extract (Egb 761) in 
global brain ischemia and in excitotoxicity-induced neuronal 
death. Pharmacopsychiatry 2003;36:89-94.
18.	Liu Y, Wu X, Yu Z. Ginkgo leaf extract and dipyridamole 
injection as adjuvant treatment for acute cerebral infarction: 
Protocol for systemic review and meta-analysis of randomized 
controlled trials. Medicine (Baltimore). 2019;98:e14643.
19.	Oskouei DS1, Rikhtegar R, Hashemilar M, Sadeghi-
Bazargani H, Sharifi-Bonab M, Sadeghi-Hokmabadi E, et 
al. The effect of Ginkgo biloba on functional outcome of 
patients with acute ischemic stroke: a double-blind, placebo-
controlled, randomized clinical trial. J Stroke Cerebrovasc Dis 
2013;22:e557-563.
20.	Doherty J, Baehrecke EH. Life, death and autophagy. Nat 
Cell Biol 2018;20:1110-1117.
21.	Glick D, Barth S, Macleod KF. Autophagy: cellular and 
molecular mechanisms. J Pathol 2010;221:3-12.
22.	Hou K, Xu D, Chen S. The progress of neuronal autophagy 
in cerebral ischemia stroke: Mechanisms, roles and research 



1145Iran J Basic Med Sci, Vol. 24, No. 8 , Aug 2021

EGb-761 boosts autophagy to alleviate post-stroke injury Yihao et al.

methods. J Neurol Sci 2019;400:72-82.
23.	Chen W, Sun Y, Liu K, Sun X. Autophagy: A double-edged 
sword for neuronal survival after cerebral ischemia. Neural 
Regen Res 2014;9:1210-1216.
24.	Beard DJ, Hadley G, Thurley N, Howells DW, Sutherland 
BA, Buchan AM. The effect of rapamycin treatment on cerebral 
ischemia: A systematic review and meta-analysis of animal 
model studies. Int J Stroke 2019;14:137-145.
25.	Ni Y, Gu WW, Liu ZH, Zhu YM, Rong JG, Kent TA, et al. 
RIP1K contributes to neuronal and astrocytic cell death in 
ischemic stroke via activating autophagic-lysosomal pathway. 
Neuroscience 2018;371:60-74.
26.	Zhi X, Feng W, Rong Y, Liu R. Anatomy of autophagy: from 
the beginning to the end. Cell Mol Life Sci. 2018;75:815-831.
27.	Lahiri V, Hawkins WD, Klionsky DJ. Watch what you (self-) 
eat: Autophagic mechanisms that modulate metabolism. Cell 
Metab 2019;29:803-826.
28.	Yu L, Chen Y, Tooze SA. Autophagy pathway: Cellular and 
molecular mechanisms. Autophagy 2018;14:207-215.
29.	Liu Y, Xue X, Zhang H, Che X, Luo J, Wang P, et al. Neuronal-
targeted TFEB rescues dysfunction of the autophagy-lysosomal 
pathway and alleviates ischemic injury in permenent cerebral 
ishcemia. Autophagy 2019;15:493-509.
30.	He HY, Ren L, Guo T, Deng YH. Neuronal autophagy 
aggravates microglia inflammatory injury by downregulating 
CX3CL1/fractalkine after ischemic stroke. Neural Regen Res 
2019;14:280-288.
31.	Zheng Y, Wu Z, Yi F, Orange M, Yao M, Yang B, et al. By 
Activating Akt/eNOS Bilobalide B inhibits autophagy and 
promotes angiogenesis following focal cerebral ischemia 
reperfusion. Cell Physio Biochem 2018;47:604-616.
32.	Chen XP, Zhang X, Liao WJ, Wang Q. Effect of physical and 
social components of enriched environment on astrocytes 
proliferation in rats after cerebral ischaemia/reperfusion 
injury. Neurochem Res 2017;42:1308-1316.
33.	Li MZ, Zhang Y, Zou HY, Ouyang JY, Zhang Y, Yang L, et al. 
Investigation of Ginkgo biloba extract (Egb 761) promotes 
neurovascular restoration and axonal remodeling after 
embolic stroke in rat using magnetic resonance imaging 
and histopathological analysis. Biomed Pharmacother 
2018;103:989-1001.
34.	Zeng GR, Zhou SD, Shao YJ, Zhang MH, Dong LM, Lv JW, 
et al. Effect of Ginkgo biloba extract-761 on motor functions 
in permanent middle cerebral artery occlusion rats. 
Phytomedicine 2018;48:94-103.
35.	Yin B, Xu Y, Wei R, Luo B. Ginkgo biloba on focal cerebral 
ischemia: a systematic review and meta-analysis. Am J Chin 
Med 2014;42:769-783.
36.	Li S, Zhang X, Fang Q, Zhou J, Zhang M, Wang H, et al. Ginkgo 
biloba extract improved cognitive and neurological functions 
of acute ischemic stroke: a randomised controlled trial. Stroke 
Vasc Neurol 2017;2:189-197.
37.	Chong PZ, Ng HY, Tai JT, Lee SWH. Efficacy and safety 
of  Ginkgo biloba  in patients with acute ischemic stroke: 

A systematic review and meta-analysis. Am J Chin Med 
2020;48:513-534.
38.	Liang ZH, Jia YB, Wang ML, Li ZR, Li M, Yun YL, et al. Efficacy 
of ginkgo biloba extract as augmentation of venlafaxine in 
treating post-stroke depression. Neuropsychiatr Dis Treat 
2019;15:2551-2557. 
39.	Wolf MS, Bayir H, Kochanek PM, Clark RSB. The role of 
autophagy in acute brain injury: A state of flux? Neurobiol Dis 
2019;122:9-15.
40.	Sun Y, Zhu Y, Zhong X, Chen X, Wang J, Ying G, et al. Crosstalk 
between autophagy and cerebral ischemia. Front Neurosci 
2019;12:1022.
41.	Zhang X, Yan H, Yuan Y, Gao J, Shen Z, Cheng Y, et al. Cerebral 
ischemia-reperfusion-induced autophagy protects against 
neuronal injury by mitochondrial clearance. Autophagy 
2013;9:1321-1333.
42.	Morselli E, Tasdemir E, Maiuri MC, Galluzzi L, Kepp O, 
Criollo A, et al. Mutant p53 protein localized in the cytoplasm 
inhibits autophagy. Cell Cycle 2008;7:3056-3061.
43.	Mo Y, Sun YY, Liu KY. Autophagy and inflammation in 
ischemic stroke. Neural Regen Res 2020;15:1388-1396.
44.	Parzych KR, Klionsky DJ. An overview of autophagy: 
morphology, mechanism, and regulation. Anti-oxid Redox 
Signal 2014;20:460-473.
45.	Dai S, Xu Q, Liu S, Yu B, Liu J, Tang J. Role of autophagy and 
its signaling pathways in ischemia/reperfusion injury. Am J 
Transl Res 2017;9:4470-4480.
46.	Eskelinen EL. Roles of LAMP-1 and LAMP-2 in lysosome 
biogenesis and autophagy. Mol Aspects Med 2006;27:495-502.
47.	Kaminskyy V, Zhivotovsky B. Proteases in autophagy. 
Biochim Biophys Acta 2012;1824: 44-50.
48.	Wang T, Zhao N, Peng L, Li Y, Huang X, Zhu J, et al. DJ-1 
regulates microglial polarization through P62-mediated 
TRAF6/IRF5 signaling in cerebral ischemia-reperfusion. Front 
Cell Dev Biol 2020;8:593890.
49.	Hochrainer K. Protein modifications with ubiquitin as 
response to rerebral ischemia-reperfusion injury. Transl 
Stroke Res 2018;9:157-173.
50.	Cui DR, Sun DW, Wang XT, Yi LY, Kulikowicz E, Reyes M, 
et al. Impaired autophagyosome clearance contributes to 
neuronal death in a piglet model of neonatal hypoxic-ischemic 
encephalopathy. Cell Death Dis 2017;8:e2919.
51.	Zhang Y, Liu J, Yang B, Zheng Y, Yao M, Sun M, et al. Ginkgo 
biloba extract inhibits astrocytic lipocalin-2 expression and 
alleviates neuroinflammatory injury via the JAKS/STAT3 
pathway after ischemic brain stroke. Front Pharmacol 
2018;9:518.
52.	Demarin V, BasicKes V, Trkanjec Z, Budisic M, Bosniak 
Pasic M, CmacP, et al. Efficacy and safety of Ginkgo biloba 
standardized extract in the treatment of vascular cognitive 
impairment: a randomized, double-blind, placebo-controlled 
clinical trial. Neuropsychiatr Dis Treat 2017;13:483-490.


