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Abstract

Cardiovascular diseases (CVD) affect millions of people and spend a lot of medical costs 
around the world each year. Taxifolin is a natural anti-oxidative reagent obtained from multiple 
plants and exhibits a wide range of pharmacological effects. High mobility group box protein 
1 (HMGB1) is expressed in multiple types of cells in the extracellular environment, regulating 
the pro-inflammatory process. Here, we detected the viability of cells using MTT assay, and the 
expression of each target protein was detected using western blotting analysis. The expression of 
each target mRNA was detected using the qPCR method, and the concentration of each cytokine in 
serum samples was detected using the ELISA method. In this study, we found that taxifolin could 
decrease the expression of hypoxia-inducible factor-1α (HIF-1α) while increasing the expression 
of endothelial nitric oxide synthase (eNOS), presented a protective role. Besides, taxifolin could 
also increase the expression of vascular endothelial growth factor-α (VEGF-α), transforming 
growth factor-β (TGF-β) and fibroblast growth factor21 (FGF21), resulting in viability rate 
increasing. And these effects were mediated by phosphatidylinositol 3-hydroxy kinase (PI3K)/
AKT/mTOR signaling pathway; a similar trend was also observed in HMGB1 knockdown mice. 
We also found that inhibition of HMGB1 could enhance the cardioprotective effect of taxifolin 
and might be a new therapeutic strategy for cardiovascular disease. 
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Introduction

Cardiovascular disease (CVD) is a series 
of diseases related to heart or blood vessels, 
including heart failure, hypertension, coronary 
artery diseases and atherosclerosis (1). CVD is 
the leading cause of death worldwide among the 
aging population, and according to a previous 
study, CVD caused nearly 17.9 million deaths 

around the world (2). The main characteristic 
of CVD is atherosclerosis, which is considered 
closely related to the concentration of lipid 
storage and low-grade inflammation in the 
vascular wall caused by endothelial injury 
induced by accumulation of T cells and 
macrophages (3). Oxidation of lipids further 
leads to the accumulation of reactive oxygen 
species in the vascular wall, induce damage 
in cellular components and inflammation via 
promoting the activation of pro-atherogenic 
transcriptional factors (4). Taxifolin regulates 
various pharmacological processes, including 
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anti-oxidation, mitochondrial protection and 
advanced glycation end products (AGE) 
formation suppression. It has become a 
potential treatment for cardiovascular diseases, 
neurocognitive disorders and malignancies (5). 
Taxifolin has presented an anti-inflammatory 
function reported by several researchers 
according to the previous study (6). A recent 
study found that taxifolin regulates the 
activation of NF-κB in a model of cerebral 
ischemia-reperfusion injury, which decreased 
the rate of infarction by 42% and 62% after 
middle cerebral arterial occlusion. Besides, 
taxifolin also inhibits the expression of COX-
2 and iNOS and the expression of MAC-1 and 
ICAM-1 after cerebral ischemic reperfusion 
injury (7). Another study noticed that taxifolin 
suppressed the activation of NF-κB via the 
C-Fos signaling pathway using in-vitro and 
in-vivo experiments (8). Besides, taxifolin 
also suppressed the expression of IL-6, IL-1β 
and TNF-α (9) Thus we believed that taxifolin 
contributes to the treatment of cardiovascular 
disease through an anti-inflammatory effect. 
HMGB1 is firstly discovered in 1999 as a 
critical molecular in the inflammatory and 
infection process. A previous study found 
that after LPS stimulation, the expression of 
HMGB1 is increased in 16-32 h (10). Systemic 
HMGB1 levels in-vivo in mice started by 8 
h and increased substantially from 16 to 32 
h after LPS administration (2). Monocytes 
under HGMB1 stimulation would induce 
the release of multiple pro-inflammatory 
cytokines, including tumor necrosis factor 
(TNF), macrophage inflammatory protein-1 
(MIP-1) and interleukins (ILs) (11). Treatment 
with monoclonal anti-HMGB1 antibodies 
would ameliorate tissue injury in the sepsis 
model (12). The recent study also confirmed 
that knockdown of HMGB1 using siRNA in 
macrophages and dendritic cells would reduce 
the secretion of cytokines (13). However, 
the detailed mechanism of HMGB1 in CVD 
remains unclear. A recent study noticed that 
taxifolin presented multiple functions that 
contribute to the potential novel therapeutic 
effect (14). Thus, we thought that inhibition 
of HMGB1 might contribute in-vivo in-
vitro to the therapeutic effect of taxifolin in 
cardiovascular disease, and the present study 
also demonstrates the possible mechanism 

underlying these effects using in-vivo and 
in-vitro experiments using multiple methods 
might be a novel therapeutic strategy for 
cardiovascular disease. 

Experimental

Material and Methods
Material. H-DMEM (10564011) and FBS 

(10100) were purchased from Gibco. Taxifolin 
(03890585) was purchased from Sigma 
(Darmstadt, Germany). Esp3I (ER0452), 
Lipofectamine 3000 Transfection Reagent 
(L3000015), TRIzol Plus RNA Purification 
Kit (12183555), High Capacity cDNA 
Reverse Transcription Kits (4368813) and 
TaqPath qPCR Master Mix (100020170) were 
purchased from Thermo (MA, USA). H9c2 
cells (GNR5) and 293T cells (SCSP-502) were 
purchased from the National Collection of 
Authenticated Cell Culture (Shanghai, China). 
G418 (G8160) and puromycin (P8230) were 
purchased from Solarbio (Beijing, China). T4 
PNK (M0201S) and Quick Ligase (M2200) 
were purchased from NEB (NY, USA). Anti- 
High mobility group box protein 1 (HMGB1, 
ab79823), hypoxia-inducible factor-1α (HIF-
1α, ab1), vascular endothelial growth factor-α 
(VEGF-α, ab52917), transforming growth 
factor (TGF-β, ab92486), protein kinase 
B (AKT, ab179463), p-AKT (ab38449), 
mammalian target of rapamycin (mTOR, 
ab2732), p-mTOR (ab109268), signal 
transducer and activator of transcription 3 
(STAT3, ab119352), p-STAT3 (ab76315), 
endothelial nitric oxide synthase (eNOS, 
ab76198), Fibroblast growth factor 21 (FGF, 
(ab171941) and Angiotensin-Converting 
Enzyme 1 (ACE1, ab75762) were purchased 
from Abcam. FGF21 (ab222506), VEGF-α 
(ab119566), TGF-β (ab100647), HIF-1α 
(ab171577) ELISA kits were purchased from 
Abcam (Cambridge, UK). 

Construct of vectors. Full-length of 
HMGB1 cDNA was cloned via PCR using 
following primer: Forward: 
5 ' - C G G A AT T C T TAT G G G C A A A G -
GAGATCCTAAG-3'
Reverse:5’-ACAGATCTTTAGTGATGGT
GATGGTGATGTTCATCATCATCATCT
TC-3’. Production of HMGB1 was digested 
with XhoI and BamHI and cloned into 
pCDNA3.1 vector to construct pCDNA3.1- 
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HMGB1 overexpression vector. Then, the 
vector was transfected into H9c2 cells using 
lipo 3000 transfection reagent for 48 h. The 
stably expressed cells were screened using 
1000 μg/mL G418. HMGB1 knockdown 
vector was constructed using the CRISPR/
Cas9 system (15). Briefly, oligos were 
obtained using the following primer: Forward: 
5’-CAGATACTCACGGAGGCCTCT-3’, 
Reverse:
5’-CAGAGGCCTCCGTGAGTATCTGCAAA-3’,      
and phosphorylated using T4 PNK. CRISPR 
plasmid was digested using BsmBI at 37 °C 
for 30 min. Plasmid and oligos were ligated 
using Quick Ligase, and HGMB1 knockdown 
lentiviral vector was obtained after transferred 
into 293T cells. The stable HGMB1 knockdown 
cells were screened using 2 μg/mL puromycin.

Cell culture and grouping. Cells were 
divided into four groups, including control 
group (NC), 100 μg/mL taxifolin treatment 
group (TG), HMGB1 knockdown combined 
with 100 μg/mL taxifolin treatment group 
(KT) and HMGB1 overexpression combined 
with 100 μg/mL taxifolin treatment group 
(OT) (16). Cells were cultured at a humidity 
37 °C atmosphere, supplied with 5% CO2 
using H-DMEM medium with 10% FBS. 

Ethical statement. The experiments 
performed according to the ethics committee 
of the Fourth Center Hospital of Tianjin 
(Tianjin, China) and the treatment of all 20 
animals complied with the Public Health 
Service Policy on the Humane Care and Use of 
Laboratory Animals of the National Institutes 
of Health (SCXK 2019-0002).

Mice model construction. HMGB1 
knockdown  (n = 5)  and   HMGB1  
overexpression (n  = 5) mice were  obtained 
from Cyagen Biotechnology Company 
(Suzhou, China). Normal mice, HMGB1 
knockdown and overexpression mice were 
kept in a 22 ± 1 °C (relative humidity: 55% 
± 5%; light and dark cycle: 12 h light/12 h 
dark) atmosphere with water and food freely 
available. Mice were divided into four groups: 
normal control (NC), 200 mg/kg taxifolin 
treatment group (TG), HMGB1 knockdown 
combined with 200 mg/kg taxifolin treatment 
group (KT) and HMGB1 overexpression 
combined with 200 mg/kg taxifolin treatment 
group (OT) (17). Mice were treated with 

taxifolin for 7 continuous days. After 
treatment, aorta tissue and serum sample 
in each group were collected to perform the 
following experiments. 

MTT assay. Cells were seeded into each 
well of a 96-well plate and cultured for 24 
h. Then cells were treated with 100 μg/mL 
taxifolin for 24 h, followed by incubation with 
5 mg/mL MTT for 4 h after being washed with 
sterile PBS three times. The OD value was 
measured at 490 nm using a microplate reader 
(Multiskan, Thermo). 

RNA extraction. RNA extraction was 
performed according to the protocol. Briefly, 
cells and aorta tissue were seeded into a 100 
mm plate and cultured until the confluence 
reached 85-90%. Then, cells were lysed 
with TRIzol lysis buffer and incubated at 
room temperature for 5 min, followed by 
incubation with chloroform. The supernatant 
was collected after centrifuging at 12000×g 
for 15 min. The aqueous phase was collected 
into a new tube and then mixed with an equal 
amount of 70% ethanol. Then samples were 
loaded onto a spin cartridge with a collection 
tube and centrifuge at 12000×g for 15 s until 
all of the samples flow through the tube. After 
a wash with wash buffer I and II, RNA was 
eluted with RNase-free water and stored at -80 
°C until performing the following experiments. 

Reverse transcription. The reverse 
transcription was performed according to 
the protocol. The reaction mixture was made 
up as recommended, and the reaction was 
performed at 25 °C for 10 min, 37 °C for 120 
min and 85 °C for 5 min. The production was 
stored at -80 °C until performing the following 
experiments.

Real-time quantitative polymerase chain 
reaction (qPCR). qPCR was performed 
according to the protocol. Primers used in 
qPCR were listed as follows: 
HIF-1α: Forward: 

5’-GGGGAGGACGATGAACATCAA-3’; 
R e v e r s e : 
5’-GGGTGGTTTCTTGTACCCACA-3’;
VEGF-α: Forward:5’-

TGTGAATGCAGACCAAAGAAAGA-3’; 
R e v e r s e : 
’-CACCAACGTACACGCTCCAG-3’;

FGF21: Forward:5’-GGAATTCAGATCT
ATGCACCACCACCACCACCACCACCCC
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ATCCCTGACTCCAG-3’; Reverse:5’-GGC
GATATCGCGGCCGCTCTAGATCAGGAA
GCGTAGCTGGG-3’; 
TGF-β: Forward: 

5’-TTTTTGTGGAGTAGTTAGATAGT-3’; 
Reverse: 

5’-AACTACTCCTCAACAACTCCTT-3’. 
Briefly, the reaction mixture was made up as 
recommended, and the reaction steps were set 
as follows: 50 °C for 2 min, 95 °C for 20 s and 
these steps were repeated for 40 times: 95 °C 
for 15 s, 60 °C for 1 min. The expression of 
each gene was calculated using 2-ΔΔCt method. 
GAPDH was used as an internal control, and 
each experiment was repeated three times.

Protein extraction and Western blotting 
analysis. Cells and aorta tissue were grouped 
and treated as previously described; the cells 
were lysed with SDS lysis buffer (P0013G, 
Beyotime) on ice for 30 min. After centrifuged 
at 12000 rpm for 10 min, the supernatant 
was collected, and protein samples were 
determined using BCA assay. 60 μg protein 
samples were used to perform Western blotting 
analysis. Protein samples were loaded and 
separated using 10% SDS-PAGE, and after 
electrophoresis, proteins were transferred 
onto nitrocellulose membrane using Trans-
Blot Turbo transfer system. Then, membranes 
were first incubated with 5% skim milk for 1 
h at room temperature followed by incubation 
with primary antibodies overnight at 4 °C. 
The expression of each protein was detected 
using chemiluminescence after incubated 
with a secondary antibody for 1 h at room 
temperature. The gray value of each protein 
was calculated using Image Pro Plus 6.0 
(MD, USA) and normalized with GAPDH. 
Each experiment was repeated three times 
independently. 

Enzyme-linked immunosorbent assay 
(ELISA). ELISA was performed according 
to the protocol of ELISA kits. Briefly, 100 μL 
of cultured medium and serum sample were 
added into each well of a 96-well plate and 
incubated at 4 °C overnight. After washed 
with wash buffer, samples were incubated with 
HRP-Streptavidin solution for 45 min at room 
temperature, followed with incubation with 
TMB substrate reagent for 30 min away from 
light. The OD value at 450 nm was measured 
using a microplate reader (Multiskan, Thermo) 

after the stop solution was added. 
Statistical analysis. Data were presented as 

mean ± SD. Differences between groups were 
calculated using one-way ANOVA analysis. 
P < 0.05 was set as a statistical difference. 
Each experiment was repeated three times 
independently. 

Results

Detection of the expression of HMGB1 
in each group. As shown in Figure 1B, the 
expression of HMGB1 in NC, OT and KT 
group of cardiomyocytes were 1.16 ± 0.09, 
1.47 ± 0.11, 0.41 ± 0.03. And compared with 
the NC group, the expression of HMGB1 in 
the OT group was significantly increased 
(P < 0.05) while the expression of HMGB1 
in the KT group was significantly decreased 
(P < 0.05). And as shown in Figure 1D, the 
expression of HMGB1 in the NC, OT and KT 
group of mice were 0.90 ± 0.08, 1.08 ± 0.09 
and 0.59 ± 0.05. Compared with the NC group, 
the expression of HMGB1 in the OT group 
was significantly increased (P < 0.05) and 
the expression of HMGB1 was significantly 
decreased in the KT group (P < 0.05). This 
result is indicating that the cell model used in 
this experiment was successfully established. 

Effect of taxifolin on the proliferation of 
H9c2 cells. The viability rate in TG, KT and 
OT groups were 112.6 ± 8.4, 126.3 ± 9.6, 92.1 
± 7.2%. Compared with the NC group, the 
viability rate in the KT group was significantly 
increased (P < 0.05). And compared with the 
TG group, the viability rate was significantly 
increased in the KT group (P < 0.05) and 
significantly decreased in the OT group (P < 
0.05). 

Effect of taxifolin on the expression of 
angiogenesis-related genes in cardiomyocytes. 
As shown in Figure 2, the expression of FGF 
in NC, TG, KT and OT groups were 0.62 ± 
0.05, 0.92 ± 0.08, 1.22 ± 0.14, 0.93 ± 0.11. The 
expression of FGF was significantly increased 
in all treatment groups compared with the NC 
group (P < 0.05). It was significantly increased 
in the KT group (P < 0.05) compared with 
the TG group. The expression of HIF-1α in 
these groups were 1.36 ± 0.11, 0.88 ± 0.06, 
0.62 ± 0.04, 0.97 ± 0.08. The expression of 
HIF-1α was significantly decreased in all 
treatment groups compared with the NC 
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group (P < 0.05), and compared with the TG 
group, the expression of HIF-1α in the KT 
group was significantly decreased (P < 0.05). 
The expression of TGF-β in these groups 
were 0.91 ± 0.06, 1.24 ± 0.13, 1.52 ± 0.11, 
1.21 ± 0.09. The expression of TGF-β was 
significantly increased in all treatment groups 
compared with the NC group. The expression 

of VEGF-α in these groups were 0.84 ± 
0.04, 1.15 ± 0.11, 1.42 ± 0.13, 0.88 ± 0.05. 
Compared with the NC group, the expression 
of VEGF-α was significantly increased in TG 
and KT group (P < 0.05) and was significantly 
increased in the KT group (P < 0.05) and 
significantly decreased in the OT group (P < 
0.05) compared with TG group. 

 

 
Figure 1. Effect of taxifolin on viability rate of H9c2 cells in each group. (A) Viability rate of 

H9c2 cells in each group. (B) Detection of HMGB1 in each group of cardiomyocytes. (C) 

Quantitative analysis of HMGB1 expression. (D) Detection of HMGB1 in each group of mice 

model. (E) Quantitative analysis of HMGB1 expression. *P < 0.05 vs. NC group, #P < 0.05 vs. TG 

group. Data was presented as a mean ± SD. Each experiment was repeated for three times 

independently.  
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Figure 2. Effect of taxifolin on expression of angiogenesis related genes of cardiomyocytes. (A) 

Expression of VEGF-α mRNA. (B) Expression of FGF mRNA. (C) Expression of HIF-1α mRNA. 

(D) Expression of TGF-β mRNA. *P < 0.05 vs. NC group, #P < 0.05 vs. TG group. Data was 

presented as a mean ± SD. Each experiment was repeated for three times independently. 
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Expression of FGF mRNA. (C) Expression of HIF-1α mRNA. (D) Expression of TGF-β mRNA. *P < 0.05 vs. NC group, #P < 0.05 
vs. TG group. Data was presented as a mean ± SD. Each experiment was repeated for three times independently.
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Effect of taxifolin on the expression of 
angiogenesis-related genes in mice model. 
As shown in Figure 3, the expression of FGF 
in NC, TG, KT and OT groups were 0.91 ± 
0.07, 1.15 ± 0.10, 1.47 ± 0.16, 0.82 ± 0.06. 
The expression of FGF was significantly 
increased in TG and KT groups compared 
with the NC group (P < 0.05) and was 
significantly increased in the KT group (P < 
0.05) and significantly decreased in the OT 
group (P < 0.05) compared with TG group. 
The expression of HIF-1α in these groups 
were 1.86 ± 0.16, 1.41 ± 0.13, 0.92 ± 0.08, 
1.69 ± 0.15. The expression of HIF-1α was 
significantly decreased in TG and KT groups 
compared with the NC group (P < 0.05), and 
compared with the TG group, the expression 
of HIF-1α in the KT group was significantly 
decreased (P < 0.05). The expression of TGF-β 
in these groups were 1.21 ± 0.12, 1.67 ± 0.16, 
2.08 ± 0.18, 1.33 ± 0.13. The expression of 
TGF-β was significantly increased in TG and 

KT groups compared with the NC group (P 
< 0.05) and significantly increased in the KT 
group (P < 0.05) and significantly decreased 
in the OT group (P < 0.05) compared with the 
TG group. The expression of VEGF-α in these 
groups were 1.20 ± 0.11, 1.45 ± 0.15, 2.13 
± 0.17, 1.31 ± 0.13. Compared with NC and 
TG groups, the expression of VEGF-α was 
significantly increased in the KT group (P < 
0.05).

Effect of taxifolin on the secretion of 
angiogenesis-related genes in the cultured 
medium of H9c2 cells. As shown in Figure 
4, the concentration of FGF in the cultured 
medium of H9c2 cells in NC, TG, KT and OT 
groups were 306.2 ± 15.3, 335.1 ± 18.2, 415.3 
± 23.1, 303.2 ± 14.6 pg/mL. The concentration 
of FGF was significantly increased in the KT 
group (P < 0.05) compared with NC and 
TG groups. The concentration of HIF-1α in 
cultured medium of H9c2 cells in each group 
were 8.2 ± 0.9, 6.1 ± 0.8, 3.9 ± 0.4, 6.7 ± 0.6 

 

e  

 

 

Figure 3. Effect of taxifolin on expression of angiogenesis related genes of mice model. (A) 

Expression of VEGF-α mRNA. (B) Expression of FGF mRNA. (C) Expression of HIF-1α mRNA. 

(D) Expression of TGF-β mRNA. *P < 0.05 vs. NC group, #P < 0.05 vs. TG group. Data was 

presented as a mean ± SD. Each experiment was repeated for three times independently. 

Figure 3. Effect of taxifolin on expression of angiogenesis related genes of mice model. (A) Expression of VEGF-α mRNA. (B) 
Expression of FGF mRNA. (C) Expression of HIF-1α mRNA. (D) Expression of TGF-β mRNA. *P < 0.05 vs. NC group, #P < 0.05 
vs. TG group. Data was presented as a mean ± SD. Each experiment was repeated for three times independently.
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ng/mL. The concentration of HIF-1α was 
significantly decreased in TG and KT group 
(P < 0.05) compared with the NC group and 
was significantly decreased in the KT group 
(P < 0.05) compared with the TG group. 
The concentration of TGF-β in the cultured 
medium of H9c2 cells in each group were 35.6 
± 3.6, 38.8 ± 4.3, 50.6 ± 5.2, 32.6 ± 3.5 ng/mL. 
The concentration of TGF-β was significantly 
increased in the KT group compared with NC 
and TG group. The concentration of VEGF-α 
in the cultured medium of H9c2 cells in each 
group were 94.1 ± 9.8, 118.2 ± 11.3, 149.6 ± 
18.4, 97.5 ± 10.2 pg/mL. The concentration 
of VEGF-α was significantly increased in TG 
and KT group (P < 0.05) compared with the 
NC group and was significantly increased in 
the KT group (P < 0.05) compared with the 
TG group. 

Effect of taxifolin on the secretion of 
angiogenesis-related genes in serum sample of 
mice. As shown in Figure 5, the concentration 
of FGF in serum samples of mice in NC, TG, 

KT and OT groups were 430.2 ± 17.3, 445.2 
± 19.1, 495.3 ± 22.4, 442.4 ± 17.7 pg/mL. 
The concentration of FGF was significantly 
increased in the KT group (P < 0.05) compared 
with NC and TG group. The concentration of 
HIF-1α in each group were 9.1 ± 1.0, 7.2 ± 0.6, 
4.3 ± 0.3, 8.3 ± 0.8 ng/mL. The concentration 
of HIF-1α was significantly decreased in TG 
and KT group (P < 0.05) compared with the 
NC group and was significantly decreased in 
the KT group (P < 0.05) compared with the 
TG group. The concentration of TGF-β in 
each group were 43.2 ± 5.1, 50.1 ± 7.3, 73.6 
± 8.5, 46.4 ± 6.2 ng/mL. The concentration of 
TGF-β was significantly increased in the KT 
group compared with NC and TG group. The 
concentration of VEGF-α in each group were 
110.6 ± 12.4, 134.1 ± 14.1, 172.8 ± 16.1, 123.5 
± 11.4 pg/mL. The concentration of VEGF-α 
was significantly increased in the KT group (P 
< 0.05) compared with the NC group and was 
significantly increased in the KT group (P < 
0.05) compared with the TG group. 

 
 

Figure 4. Effect of taxifolin on expression of angiogenesis related factors in cultured medium of 

H9c2 cells. (A) Concentration of VEGF-α. (B) Concentration of FGF. (C) Concentration of HIF-
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Figure 4. Effect of taxifolin on expression of angiogenesis related factors in cultured medium of H9c2 cells. (A) Concentration of 
VEGF-α. (B) Concentration of FGF. (C) Concentration of HIF-1α. (D) Concentration of TGF-β. *P < 0.05 vs. NC group, #P < 0.05 vs. 
TG group. Data was presented as a mean ± SD. Each experiment was repeated for three times independently.
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model. (A) Concentration of VEGF-α. (B) Concentration of FGF. (C) Concentration of HIF-1α. 

(D) Concentration of TGF-β. *P < 0.05 vs. NC group, #P < 0.05 vs. TG group. Data was presented 

as a mean ± SD. Each experiment was repeated for three times independently. 

  

Figure 5. Effect of taxifolin on expression of angiogenesis related factors in serum sample of mice model. (A) Concentration of 
VEGF-α. (B) Concentration of FGF. (C) Concentration of HIF-1α. (D) Concentration of TGF-β. *P < 0.05 vs. NC group, #P < 0.05 vs. 
TG group. Data was presented as a mean ± SD. Each experiment was repeated for three times independently.

Effect of taxifolin on activation of PI3K/
AKT/mTOR/STAT3 signaling pathway in 
cardiomyocytes. As shown in Figure 6, the 
activation of the PI3K/AKT/mTOR/STAT3 
signaling pathway was determined using 
Western blotting analysis. The ratio of p-AKT/
AKT in NC, TG, KT and OT groups were 1.00 
± 0.08, 1.69 ± 0.13, 1.97 ± 0.15 and 1.38 ± 0.11. 
The ratio of p-AKT/AKT was significantly 
increased in all treatment groups compared 
with the NC group (P < 0.05), and the ratio 
of p-AKT/AKT was significantly decreased in 
the OT group compared with the TG group (P 
< 0.05). The ratio of p-mTOR/mTOR in these 
groups were 0.83 ± 0.06, 0.96 ± 0.07, 1.08 ± 
0.08 and 0.14 ± 0.01. The ratio of p-mTOR/
mTOR was significantly increased in the KT 
group (P < 0.05) and significantly decreased 
in the OT group (P < 0.05) compared with the 
NC group and was significantly decreased in 
the OT group (P < 0.05) compared with TG 
group. The ratio of p-STAT3/STAT3 were 
0.44 ± 0.03, 0.80 ± 0.06, 0.79 ± 0.06 and 0.60 
± 0.05. The ratio of p-STAT3/STAT3 was 
significantly increased in all treatment groups 
(P < 0.05) compared with the NC group and 

was significantly decreased in the OT group 
(P < 0.05) compared with the TG group. The 
expression of HIF-1α in each group was 1.24 ± 
0.10, 1.03 ± 0.09, 0.60 ± 0.05 and 1.35 ± 0.11. 
The expression was significantly decreased in 
TG and KT group (P < 0.05) and significantly 
increased in the OT group (P < 0.05) 
compared with the NC group, the expression 
was significantly decreased in the KT group 
(P < 0.05) and significantly increased in OT 
group (P < 0.05) compared with TG group. 

Effect of taxifolin on activation of PI3K/
AKT/mTOR/STAT3 signaling pathway 
in mice model. As shown in Figure 7, the 
activation of the PI3K/AKT/mTOR/STAT3 
signaling pathway was determined using 
Western blotting analysis. The ratio of p-AKT/
AKT in NC, TG, KT and OT groups were 0.75 
± 0.06, 0.91 ± 0.08, 1.15 ± 0.10 and 0.82 ± 0.07. 
The ratio of p-AKT/AKT was significantly 
increased in TG and KT groups compared 
with the NC group (P < 0.05), and the ratio 
of p-AKT/AKT was significantly increased in 
the KT group compared with the TG group (P 
< 0.05). The ratio of p-mTOR/mTOR in these 
groups were 1.51 ± 0.13, 1.50 ± 0.13, 1.89 ± 
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0.16 and 1.21 ± 0.10. The ratio of p-mTOR/
mTOR was significantly increased in the KT 
group (P < 0.05) and significantly decreased 
in the OT group (P < 0.05) compared with NC 
and TG group. The ratio of p-STAT3/STAT3 
were 0.56 ± 0.05, 1.35 ± 0.11, 1.65 ± 0.14 and 
0.64 ± 0.05. The ratio of p-STAT3/STAT3 was 
significantly increased in TG and KT groups 
(P < 0.05) compared with the NC group and 
was significantly increased in the KT group (P 
< 0.05) and significantly decreased in the OT 
group (P < 0.05) compared with TG group. 
The expression of HIF-1α in these group 
were 1.10 ± 0.09, 1.08 ± 0.09, 0.82 ± 0.07 and 
1.16 ± 0.10. The expression of HIF-1α was 
significantly decreased in the KT group (P < 
0.05) compared with NC and TG group.

Effect of taxifolin on expression 
angiogenesis-related proteins in H9c2 cells. 
As shown in Figure 8, the expression of 
angiogenesis-related proteins was determined 
using Western blotting analysis. The expression 
of VEGF-α were 0.83 ± 0.06, 2.20 ± 0.17, 2.38 
± 0.18 and 1.44 ± 0.11 in NC, TG, KT and 
OT groups. The expression of VEGF-α was 
significantly increased in all treatment groups 
(P < 0.05) compared with the NC group and 
was significantly decreased in the OT group 

(P < 0.05) compared with the TG group. 
The expression of TGF-β were 0.68 ± 0.05, 
1.79 ± 0.14, 2.49 ± 0.19 and 1.46 ± 0.11 in 
these groups. The expression of TGF-β aswas 
significantly increased in all treatment groups 
compared with the NC group (P < 0.05) and 
was significantly increased in the KT group (P 
< 0.05) and significantly decreased in the OT 
group (P < 0.05) compared with TG group. 
The expression of FGF21 in these groups 
were 0.98 ± 0.08, 1.55 ± 0.12, 2.20 ± 0.17 and 
0.67 ± 0.05 in these groups. The expression of 
FGF21 was significantly increased in TG and 
KT groups compared with the NC group (P 
< 0.05) and was significantly decreased in the 
OT group (P < 0.05). The expression of FGF21 
was significantly increased in the KT group (P 
< 0.05) and was significantly decreased in the 
OT group (P < 0.05) compared with the TG 
group. The expression of eNOS were 1.31 ± 
0.10, 1.57 ± 0.12, 1.68 ± 0.13 and 0.37 ± 0.03. 
The expression of eNOS was significantly 
increased in the TG and KT groups (P < 
0.05) and was significantly decreased in 
the OT group (P < 0.05) compared with the 
NC group. And the expression of eNOS was 
significantly decreased in the OT group (P 
< 0.05) compared with the TG group. The 

 

 
 

 

Figure 6. Effect of taxifolin on activation of PI3K/AKT/mTOR/STAT3 signaling pathway of 

cardiomyocytes. (A) Western blotting analysis of PI3K/AKT/mTOR/STAT3 signaling pathway. 

(B) Quantitative analysis of PI3K/AKT/mTOR/STAT3 signaling pathway. *P < 0.05 vs. NC group, 
#P < 0.05 vs. TG group. Data was presented as a mean ± SD. Each experiment was repeated for 

three times independently. 

  

Figure 6. Effect of taxifolin on activation of PI3K/AKT/mTOR/STAT3 signaling pathway of cardiomyocytes. (A) Western blotting 
analysis of PI3K/AKT/mTOR/STAT3 signaling pathway. (B) Quantitative analysis of PI3K/AKT/mTOR/STAT3 signaling pathway. 
*P < 0.05 vs. NC group, #P < 0.05 vs. TG group. Data was presented as a mean ± SD. Each experiment was repeated for three times 
independently.
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expression of ACE in these groups were 1.61 
± 0.12, 1.28 ± 0.10, 0.66 ± 0.05 and 1.54 ± 
0.12. The expression of ACE was significantly 
decreased in TG and KT groups (P < 0.05) 
compared with the NC group, and compared 
with the TG group, the expression of ACE was 
significantly decreased in the KT group (P < 
0.05) and significantly increased in OT group 
(P < 0.05) compared with TG group. 

Effect of taxifolin on expression 
angiogenesis-related proteins in mice model. 
As shown in Figure 9, the expression of 
angiogenesis-related proteins was determined 
using Western blotting analysis. The 
expression of VEGF-α were 0.55 ± 0.05, 0.61 
± 0.05, 0.75 ± 0.06 and 0.41 ± 0.03 in NC, TG, 
KT and OT groups. The expression of VEGF-α 
was significantly increased in the KT group (P 
< 0.05) and significantly decreased in the OT 
group (P < 0.05) compared with NC and TG 
group. The expression of TGF-β were 0.93 ± 
0.08, 1.48 ± 0.12, 1.87 ± 0.16 and 0.73 ± 0.06 
in these groups. The expression of TGF-β were 
significantly increased in TG and KT groups 
compared with the NC group (P < 0.05) and 
significantly decreased in the OT group (P < 
0.05) compared with the NC group, and was 
significantly increased in the KT group (P < 
0.05) and significantly decreased in OT group 

(P < 0.05) compared with TG group. The 
expression of FGF21 in these groups were 
0.98 ± 0.08, 1.55 ± 0.12, 2.20 ± 0.17 and 
0.67 ± 0.05 in these groups. The expression 
of FGF21 were significantly increased in TG 
and KT groups compared with the NC group 
(P < 0.05). The expression of FGF21 was 
significantly increased in the KT group (P < 
0.05) and was significantly decreased in the 
OT group (P < 0.05) compared with the TG 
group. The expression of eNOS were 0.65 ± 
0.05, 1.02 ± 0.09, 1.41 ± 0.12 and 0.50 ± 0.04. 
The expression of eNOS was significantly 
increased in the TG and KT groups (P < 0.05) 
and was significantly decreased in the OT group 
(P < 0.05) compared with the NC group. And 
was significantly increased in the KT group (P 
< 0.05) and significantly decreased in the OT 
group (P < 0.05) compared with the TG group. 
The expression of ACE in these groups were 
0.95 ± 0.08, 0.78 ± 0.06, 0.40 ± 0.03 and 1.22 ± 
0.10. The expression of ACE was significantly 
decreased in the TG and KT groups (P < 0.05) 
and significantly increased in the OT group 
(P < 0.05) compared with the NC group, and 
compared with the TG group, the expression 
of ACE was significantly decreased in KT 
group (P < 0.05) and significantly increased 
in OT group (P < 0.05).

 

 
 

 

Figure 7. Effect of taxifolin on activation of PI3K/AKT/mTOR/STAT3 signaling pathway of mice 

model. (A) Western blotting analysis of PI3K/AKT/mTOR/STAT3 signaling pathway. (B) 

Quantitative analysis of PI3K/AKT/mTOR/STAT3 signaling pathway. *P < 0.05 vs. NC group, #P 

< 0.05 vs. TG group. Data was presented as a mean ± SD. Each experiment was repeated for three 
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Figure 7. Effect of taxifolin on activation of PI3K/AKT/mTOR/STAT3 signaling pathway of mice model. (A) Western blotting 
analysis of PI3K/AKT/mTOR/STAT3 signaling pathway. (B) Quantitative analysis of PI3K/AKT/mTOR/STAT3 signaling pathway. 
*P < 0.05 vs. NC group, #P < 0.05 vs. TG group. Data was presented as a mean ± SD. Each experiment was repeated for three times 
independently.
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Figure 8. Effect of taxifolin on expression of angiogenesis related proteins of cardiomyocytes. (A) 

Western blotting analysis of angiogenesis related proteins. (B, C, D, E and F) Quantitative analysis 
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0.05 vs. TG group. Data was presented as a mean ± SD. Each experiment was repeated for three times independently.
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Figure 9. Effect of taxifolin on expression of angiogenesis related proteins of mice model. (A) Western blotting analysis of angiogenesis 
related proteins. (B, C, D, E and F) Quantitative analysis of angiogenesis related proteins. *P < 0.05 vs. NC group, #P < 0.05 vs. TG 
group. Data was presented as a mean ± SD. Each experiment was repeated for three times independently.
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Discussion 

According to World Health Organization 
(WHO), cardiovascular diseases (CVD) 
are a severe disease of the cardiovascular 
system and caused 17 million people death 
worldwide each year according to World 
Health Organization (WHO). CVD affects 
patients’ quality of life and costs treatment of 
spending each year (18, 19). High mobility 
group box 1 (HMGB1) has been identified as 
a critical mediator of severe sepsis. Ketamine 
has been shown to reduce sepsis-induced 
pathological complications. These effects are 
because of the reduced expression and release 
of several inflammatory mediators. Taxifolin 
(3,5,7,3’,4’-pentahydroxy-flavanone) belongs 
to the flavonoid, obtained from citrus fruits, 
grapes, olive oil, and onions (20). A previous 
study found that taxifolin presented a wide range 
of biochemical and pharmacological effects, 
including anti-tumor, anti-inflammatory and 
systematic protective function (21, 22). In this 
study, as shown in Figure 10, we established 
HMGB1 overexpression and knockdown cell 
model in H9c2 cells and found that HMGB1 
might enhance the protective role of taxifolin 
in H9c2 cells through PI3K/AKT/mTOR/ERK 
signaling pathway. 

Multiple extracellular stimuli could 
activate the PI3K/AKT signaling pathway, 
including fibroblast growth factor receptor 
(FGFR), typically epidermal growth factor 
receptor (EGFR) and insulin-like growth 
factor I receptor (IGF-IR). AKT in the central 
mediator of the PI3K/AKT signaling pathway, 
leading to the phosphorylation of multiple 
downstream molecules (23), participated 
in various physiological processes, such as 
cellular activation, inflammatory response 
and apoptosis (24). mTOR is a serine-
threonine protein kinase, contains two 
complexes, mTORC1 and mTORC2, which 
performs an important role in regulating 
cellular growth and survival. AKT could 
be recruited at the plasma membrane and 
phosphorylated at S473 by mTORC2, which 
further promotes cellular proliferation. On the 
other hand, phosphorylated AKT promotes 
phosphorylation of multiple downstream 
molecules, such as Bcl-2 and mTOR, 
protect cells from apoptosis (25). A previous 
study found that activation of STAT3 via 
phosphorylation reduces ROS accumulation 
and cellular apoptosis with increasing 
angiogenesis. Knockout of STAT3 enlarged 
the infarct size followed IR (26). Besides, 

Figure 10. Schematic figure of present study.

 
 
 
 
 
 
 
Figure 10. Schematic figure of present study. 
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expression of STAT3 in cardiomyocytes 
contributes to the remodeling during MI (27), 
and inhibition of STAT3 expression increase 
the expression of pro-apoptotic molecules 
(28). Up-regulation in STAT3 expression 
promotes the expression of ROS scavengers 
and antioxidants (29), and on the other 
hand, STAT3 could reduce the generation 
of ROS by inhibition of complex I and III 
of electron transport chain (30). And in this 
study, taxifolin treatment would significantly 
activates PI3K/AKT/mTOR/STAT3 signaling 
pathway, presented a protective role. While 
knockdown of HMGB1 would enlarge this 
trend and overexpression of HMGB1 would 
reduce this trend, indicating that knockdown 
of HMGB1 might enhance the therapeutic 
effect of taxifolin on cardiomyocytess.

HIF-1α is a downstream molecular of the 
PI3K/AKT/mTOR signaling pathway, also 
plays an important role in response to hypoxia 
stress. Under normal status, HIF-1α was 
rapidly degraded while maintaining stability 
under hypoxia status (31). In response to 
hypoxia, the inflammatory response in 
cardiomyocytes was activated, resulting in 
releasing inflammatory cytokines and growth 
factors, promoting phagocyte adherence to the 
vascular wall. Main growth factors participate 
in this process were vascular endothelial 
growth factor-α (VEGF-α) and nitric oxide 
(NO). VEGF family was firstly identified 
from medium of tumor cell lines as a vascular 
leakiness molecular (32). VEGF-α is a member 
of VEGF family, which could bind with 
heparin and plays a critical role in angiogenesis 
(33). Previous study found that VEGF-α could 
promote the growth and migration of ECs, 
thus induce angiogenesis in various animal 
models (34). Besides, VEGF-α was found to 
mobilize endothelial progenitor cells (EPCs), 
further contributes to vasculogenesis and 
endothelialization of injured vessels (35). 
Nitric oxide (NO) derived from ECs could 
diastole blood vessels and inhibit adhesion 
and aggregation of platelet, and could also 
restrain the proliferation of smooth muscle 
cells (36). Under normal status, NO is mostly 
produced by ECs via oxidates guanidino 
nitrogen of l-Arg end by eNOS. NO is also an 
important signaling molecule inhibits vascular 
lesion formation process, as well as reduce the 

production of reactive oxygen species (ROS) 
and lipid peroxidation (37). 

An up-regulation of VEGF-α and NO could 
promote the proliferation of cardiomyocytes, 
as well as angiogenesis function (38). 
Fibroblast growth factors (FGFs) are a family 
of growth factors expressed in various species 
and involved in various biological processes, 
including organogenesis, homeostasis and 
metabolism. Among them, FGF21 seems 
closely related to heart development, health 
and disease. A previous study found that 
cardiac hypertrophy was more severe in 
FGF21 knockout mice, while this trend 
could be reversed after supplied with FGF21 
in both FGF21 knockout mice and cultured 
cells. Secretion of FGF21 could also inhibit 
the hypertrophic cardiomyopathycaused by 
isoproterenol (39). Transforming growth factor 
β (TGF-β) is a protein secreted by various cell 
types and plays an important role in regulating 
cellular function via cell-to-cell signaling. 
TGF-β could induce cellular proliferation, 
adhesion, extracellular matrix (ECM) protein 
production and cellular migration (40). TGF-β 
could stimulate the proliferation of smooth 
muscle cells (SMCs) by inducing growth 
factors. This effect of TGF-β is mediated by 
multiple signaling pathways, including p38 
MAP kinase, ERK MAP kinases, and PI3K-
AKT signaling pathways (41). Besides, 
TGF-β could bind with ALKs expressed at the 
surface of ECs, resulting in a new vessel, EC 
proliferation and migration (42). Angiotensin-
converting enzyme (ACE) is an important 
enzyme in the renin-angiotensin system, 
regulating blood pressure. ACE converts 
AngI into AngII via removing His-Leu from 
C-terminal, and inhibition of ACE is one of 
the strategies for preventingcardiovascular 
disease, especially for hypertension (43). 
After treatment of taxifolin, the expression of 
HIF-1α was inhibited, indicating that taxifolin 
could increase the concentration of oxygen 
in H9c2 cells. Besides, the expressions of 
FGF21, VEGF-α, TGF-β and eNOS were 
also increased, indicating that taxifolin could 
promote the proliferation of ECs, as well 
as the production of NO, which performs a 
protective role. And knockdown of HMGB1 
would enlarge the effect of taxifolin.
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Conclusion

We firstly established HMGB1 
overexpression and knockdown cell model 
found that taxifolin could decrease the 
expression of HIF-1α, while increase the 
expression of FGF21, VEGF-α, TGF-β and 
eNOS, thus increase the proliferation of ECs 
and production of NO, performs a protective 
role, resulting in increasing in viability rate of 
H9c2 cells. We also found that these effects 
might be mediated by activation of the PI3K/
AKT/mTOR/STAT3 signaling pathway. And 
knockdown of HMGB1 could enlarge the 
impact of taxifolin while overexpression of 
HMGB1 would reduce it. Thus, we speculated 
that knockdown of HMGB1 might be a 
new therapeutic strategy for knockdown of 
HMGB1 could enhance the protective role of 
taxifolin in ECs. 

Acknowledgments

This study was supported by Tianjin 
Science and Technology Planning 
Project (15ZXLCSY00040), Project of 
PAP(CWJ18L004) and Project of Basic 
Research(WHJ201721). 

Author contribution

EJ Feng, J Wang and XW Wang performed 
most of the experiments and wrote the 
manuscript. ZG W performed the model 
construction. XC Chen and X Zhu analyzed 
the data. WL H revised the manuscript. 

References

(1) Parastoo M, Amir HM, Mojtaba S, Kheirollah 
G, Mojtaba M and Mohammad RJ. The effect of 
curcumin on some of traditional and non-traditional 
cardiovascular risk factors: a pilot randomized, 
double-blind, placebo-controlled trial. Iran. J. 
Pharm. Res. (2015) 14: 479-86.

(2) GBD 2015 Mortality and Causes of Death 
Collaborators. Global, regional, and national life 
expectancy, all-cause mortality, and cause-specific 
mortality for 249 causes of death, 1980-2015: a 
systematic analysis for the Global Burden of Disease 
Study 2015. Lancet. (2016) 388: 1459-544.

(3) Dimitris T, Costas P, Michael D, Rikhil P, 
Charalambos A and Christodoulos S. Innate and 
adaptive inflammation as a therapeutic target in 
vascular disease: the emerging role of statins. J. Am. 

Coll. Cardiol. (2014) 63: 2491-502. 
(4) Rocha VZ and Libby P. Obesity, inflammation, and 

atherosclerosis. Nat. Rev. Cardiol. (2009) 6: 399-
409.

(5) Satoshi S, Yumi Y, Takakuni M, Yorito H, Hideki 
I, Katsuhiko M, Mariko HS, Raj NK, Masanori 
F, Ryosuke T and Masafumi I. Taxifolin inhibits 
amyloid-beta oligomer formation and fully restores 
vascular integrity and memory in cerebral amyloid 
angiopathy. Acta. Neuropathol. Commun. (2017) 5: 
26.

(6) Gupta MB, Bhalla TN, Gupta GP, Mitra CR and 
Bhargava KP. Anti-inflammatory activity of 
taxifolin. Jpn. J. Pharmacol. (1917) 21: 377–82.

(7) Wang YH, Wang WY, Chang CC, Liou KT, Sung 
YJ, Liao JF, Chen CF, Chang S, Hou YC, Chou 
YC and Shen YC. Taxifolin ameliorates cerebral 
ischemiareperfusion injury in rats through its anti-
oxidative effect and modulation of NFkappa B 
activation. J. Biomed. Sci. (2006) 13: 127–41.

(8) Cai C, Liu C, Zhao L, Liu H, Li WJ, Guan HF, Zhao LB 
and Xiao J. Effects of taxifolin on osteoclastogenesis 
in-vitro and in-vivo. Front. Pharmacol. (2018) 9:  
1286.

(9) Zhang HQ, Wang YJ, Yang GT, Gao QL and Tang 
MX. Taxifolin inhibits receptor activator of NF-
kappaB ligand-induced osteoclastogenesis of human 
bone marrow-derived macrophages in-vitro and 
prevents lipopolysaccharide-induced bone loss in-
vivo. Pharmacology. (2019) 103: 101–9.

(10) Wang H, Bloom O, Zhang M, Vishnubhakat JM, 
Ombrellino M, Che J, Frazier A, Yang H, Ivanova 
S, Borovikova L, Manogue KR, Faist E, Abraham 
E, Andersson J, Andersson U, Molina PE, Abumrad 
NN, Sama A and Tracey KJ. HMG-1 as a late 
mediator of endotoxin lethality in mice. Science 
(1999) 285: 248-51.

(11) Homa D, Seyed RH and Heng FS. 5-Fluorouracil 
induce the expression of TLR4 on HCT116 colorectal 
cancer cell line expressing different variants of 
TLR4. Iran. J. Pharm. Res. (2013) 12: 453-60.

(12) Qin SX, Wang HC, Yuan RQ, Li H, Ochani M, 
Ochani K, Mauricio RB, Chris JC, Jared MH, Ed 
M, Lin XC, Barbara S, Anjali K, Greg L, Walter N, 
Kevin JT and Yang H. Role of HMGB1 in apoptosis 
mediated sepsis lethality. J. Exp. Med. (2006) 203: 
1637-42. 

(13) Ye CT, Choi JG, Abraham S, Wu HQ, Dolores D, 
Daniel T, Premlata S and Manjunath N. Human 
macrophage and dendritic cell-specific silencing of 
high-mobility group protein B1 ameliorates sepsis in 
a humanized mouse model. Proc. Natl. Acad. Sci. U 
S A. (2012) 109: 21052-7.

(14) Schauss AG, Tselyico SS, Kuznetsova VA and 



331

Feng E et al. / IJPR (2021), 20 (2): 316-332

Yegorova I. toxicological and genotoxicity 
assessment of a dihydroquercetin-rich Dahurian 
Larch Tree (Larix gmelinii Rupr) extract (Lavitol). 
Int. J. Toxicol. (2015) 34: 162–81.

(15) Lv QY, Yuan L, Deng JC, Chen M, Wang Y, Zeng J, 
Li ZJ and Lai LX. Efficient generation of myostatin 
gene mutated rabbit by CRISPR/Cas9. Sci. Rep. 
(2016) 6: 1-8.

(16) Xie XB, Feng J, Kang ZF, Zhang SK, Zhang LX, 
Zhang Y, Li XF and Tang YZ. Taxifolin protects RPE 
cells against oxidative stress-induced apoptosis. 
Mol. Vis. (2017) 23: 520-8.

(17) Yang CL, Lin YS, Liu KF, Peng WH and Hsu CM. 
Hepatoprotective mechanisms of taxifolin on carbon 
tetrachloride-induced acute liver injury in mice. 
Nutrients (2019) 11: 2655.

(18) Duewell P, Kono H, Rayner KJ, Sirois CM, 
Vladimer G, Bauernfeind FG, Abela GS, Franchi L, 
Nuñez G, Schnurr M, Espevik T, Lien E, Fitzgerald 
KA, Rock KL, Moore KJ, Wright SD, Hornung V 
and Latz E. NLRP3 inflammasomes are required for 
atherogenesis and activated by cholesterol crystals. 
Nature (2010) 464: 1357-61.

(19) Geovanini GR and Libby P. Atherosclerosis and 
inflammation: overview and updates. Clin.  Sci. 
(2018) 132: 1243-52.

(20) Topal F, Nar M, Gocer H, Kalin P, Kocyigit UM, 
Gülçin İ and Alwasel SH. Antioxidant activity 
of taxifolin: an activity–structure relationship. J. 
Enzyme. Inhib. Med. Chem. (2016) 31: 674-83.

(21) Mohammad AG and Mehrnoosh S. Evalution of 
in-vitro effect of flavonoids on human low-density 
lipoprotein carbamylation. Iran. J. Pharm. Res. 
(2010) 9: 67-74.

(22) Manigandan K, Manimaran D, Jayaraj RL, 
Elangovan N, Dhivya V and Kaphle A. Taxifolin 
curbs NF-kappaB-mediated Wnt/beta-catenin 
signaling via up-regulating Nrf2 pathway in 
experimental colon carcinogenesis. Biochimie 
(2015)  119: 103-12.

(23) Manning BD and Cantley LC. AKT/PKB signaling: 
navigating downstream. Cell. (2007) 129: 1261-74. 

(24) Chandra HS, Heisterkamp NC, Hungerford A, 
Morrissette JJD, Nowell PC, Rowley JD and 
Testa JR. Philadelphia Chromosome Symposium: 
commemoration of the 50th anniversary of the 
discovery of the Ph chromosome. Cancer. Genet. 
(2011) 204: 171-9.

(25) Cantley LC. The phosphoinositide 3-kinase 
pathway. Science. (2002) 296: 1655-7.

(26) Kunisada K, Negoro S, Tone E, Funamoto M, Osugi 
T, Yamada S, Okabe M, Kishimoto T and Yamauchi-
Takihara K. Signal transducer and activator of 
transcription 3 in the heart transduces not only a 

hypertrophic signal but a protective signal against 
doxorubicin-induced cardiomyopathy. Proc. Natl. 
Acad. Sci. USA. (2000) 97: 315–9.

(27) Negoro S, Kunisada K, Fujio Y, Funamoto M, 
Darville MI, Eizirik DL, Osugi T, Izumi M, Oshima 
Y, Nakaoka Y, Hirota H, Kishimoto T and Yamauchi-
Takihara K. Activation of signal transducer and 
activator of transcription 3 protects cardiomyocytes 
from hypoxia/reoxygenationinduced oxidative stress 
through the upregulation of manganese superoxide 
dismutase. Circulation (2001) 104: 979–81.

(28) Oshima Y, Fujio Y, Nakanishi T, Itoh N, Yamamoto 
Y, Negoro S, Tanaka K, Kishimoto T, Kawase I and 
Azuma J. STAT3 mediates cardioprotection against 
ischemia/reperfusion injury through metallothionein 
induction in the heart. Cardiovasc. Res. (2005) 65: 
428–35.

(29) McCormick J, Barry SP, Sivarajah A, Stefanutti 
G, Townsend PA, Lawrence KM, Eaton S, 
Knight RA, Thiemermann C, Latchman DS and 
Stephanou A. Free radical scavenging inhibits 
STAT phosphorylation following in-vivo ischemia/
reperfusion injury. FASEB. (2006) 20: 2115–7.

(30) Guaiquil VH, Golde DW, Beckles DL, Mascareno 
EJ and Siddiqui MAQ. Vitamin C inhibits hypoxia-
induced damage and apoptotic signaling pathways 
in cardiomyocytes and ischemic hearts. Free Radic. 
Biol. Med. (2004) 37: 1419–29.

(31) Salceda S and Caro J. Hypoxia-inducible factor 1α 
(HIF-1α) protein is rapidly degraded by the ubiquitin-
proteasome system under normoxic conditions: Its 
stabilization by hypoxia depends on redox-induced 
changes. J. Biol. Chem. (1997) 272: 22642-7.

(32) Senger DR, Galli SJ and Dvorak AM. Tumor cells 
secrete a vascular permeability factor that promotes 
accumulation of ascites fluid. Science. (1983) 219: 
983-5.

(33) Red-Horse K, Crawford Y, Shojaei F and Ferrara 
N. Endothelium-microenvironment interactions in 
the developing embryo and in the adult. Dev. Cell. 
(2007) 12: 181-94.

(34) Cao CJ, Su Y, Sun J, Wang GY, Jia XQ, Chen HS and 
Xu AH. Anti-tumor effect of ginkgo biloba exocarp 
extracts on B16 melanoma bearing mice involving P 
I3K/Akt/HIF-1α/VEGF signaling pathways. Iran. J. 
Pharm. Res. (2019) 18: 803-11.

(35) Takahashi T, Kalka C and Masuda H. Ischemiaand 
cytokine-induced mobilization of bone marrow-
derived endothelial progenitor cells for 
neovascularization. Nat. Med. (1999) 5: 434-8.

(36) Lurie A. Endothelial dysfunction in adults with 
obstructive sleep apnea. Adv. Cardiol. (2011) 46: 
139-70.

(37) Sukhovershin RA, Yepuri G and Ghebremariam 



332

Inhibition of HMGB1 Protects Cardiomyocytes

YT. Endothelium-derived nitric oxide as an 
antiatherogenic mechanism: implications for 
therapy. Methodist. Debakey. Cardiovasc. J. (2015) 
11: 166-71.

(38) Gao L, Chen Q, Zhou X and Fan L. The role of 
hypoxia-inducible factor 1 in atherosclerosis. J. Clin. 
Pathol. (2012) 65: 872-6.

(39) Planavila A, Redondo-Angulo I and Villarroya 
F. FGF21 and cardiac physiopathology. Front. 
Endocrinol. (Lausanne). (2015) 6: 133.

(40) Morikawa M, Derynck R and Miyazono K. TGF-β 
and the TGF-β family: context-dependent roles 
in cell and tissue physiology. Cold. Spring. Harb. 
Perspect. Biol. (2016) 8: a021873.

(41) Suwanabol PA, Seedial SM, Shi X, Zhang F, 
Yamanouchi D, Roenneburg D,  Liu B and Kent KC. This article is available online at http://www.ijpr.ir

Transforming growth factor-β increases vascular 
smooth muscle cell proliferation through the Smad3 
and extracellular signal-regulated kinase mitogen-
activated protein kinases pathways. J. Vasc. Surg. 
(2012) 56: 446-54.

(42) Goumans MJ, Valdimarsdottir G, Itoh S, Rosendahl 
A, Sideras P and ten Dijke P. Balancing the activation 
state of the endothelium via two distinct TGF-β type 
I receptors. EMBO J. (2002) 21: 1743-53.

(43) Li EC, Heran BS and Wright JM. Angiotensin 
converting enzyme (ACE) inhibitors 
versus angiotensin receptor blockers for 
primary  hypertension. Cochrane. Database Syst. 
Rev. (2014) 2014: CD009096.


	_Hlk33865632
	_Hlk33865643
	_Hlk33865669
	_Hlk33865683
	_Hlk33865698
	_Hlk33865709
	_Hlk33865720
	_Hlk33865736
	OLE_LINK1
	OLE_LINK2
	_GoBack

