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1. ABSTRACT

Atherosclerosis is the most common cause 
of cardiovascular diseases worldwide. The endothelial 
cell apoptosis elicited by oxidized low-density 
lipoprotein (ox-LDL), which contributes to endothelial 
damage and inflammation, is a particularly important 
event in the early stage of atherosclerosis. However, 
the mechanism underlying ox-LDL-induced endothelial 
cell apoptosis remains unclear. Here we found that 
HDAC9 expression was increased at both the mRNA 
and protein levels accompanied by dose-dependent 
ox-LDL-induced endothelial cell apoptosis. Depletion of 
HDAC9 by its specific shRNA significantly antagonized 
ox-LDL-induced cell apoptosis and suppressed the 
expression of ox-LDL-induced inflammatory factors, 
such as TNF-α and MCP1. These data suggest that 
HDAC9 is an important epigenetic factor regulating 
ox-LDL-induced endothelial cell apoptosis and 
inflammatory factor expression. These results suggest 
that HDAC9 may participate in ox-LDL-induced 
endothelial damage and inflammation during 
atherosclerosis development.
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2. INTRODUCTION

The important role of the vascular endothelial 
wall is maintenance of blood vessel stability, and 
endothelial cell apoptosis contributes to endothelial 
dysfunction and destabilization of atherosclerotic plaques 
and thrombosis under pathological conditions, which lead 
to the development of atherosclerosis (1). It has been 
reported that endothelial cell apoptosis is stimulated 
by oxidized low-density lipoprotein (ox-LDL), hypoxia, 
oxidative stress, and other factors (2). Currently, a leading 
interest in atherosclerosis is to clarify the mechanism 
underlying stimuli-induced endothelial cell apoptosis, and 
identify an effective way of preventing endothelial cell 
damage and promoting endothelial cell recovery (3, 4).

Among several pro-apoptotic factors present in 
atherosclerosis, an elevated level of ox-LDL is one of the 
major risk factors for atherosclerosis. Ox-LDL participates 
in the formation and progression of lesions by eliciting lipid 
accumulation, local inflammation, and toxic events, and 
causing vascular wall injury and death, plaque erosion, 
and subsequent atherosclerosis  (5,  6). Ox-LDL also 
enhances endothelial expression of adhesion molecules, 
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which recruit inflammatory cells to migrate through the 
endothelial barrier, followed by endothelial dysfunction 
and anti-apoptotic protein loss  (6-8). Therefore, ox-LDL 
appears to be particularly important in the pathophysiology 
of atherosclerosis, and ox-LDL-induced endothelial 
cell apoptosis has been widely used to investigate the 
mechanisms underlying this process (9, 10). Different 
signaling pathways, such as JNK and p38 MAPK, trigger 
subsequent apoptotic programs such as activation of the 
caspase protease family, regulate pro-apoptotic stimuli-
induced endothelial cell apoptosis (11, 12). Furthermore, 
some downstream factors, such as VPO1, FRP, and 
Cathepsin L, have been shown to regulate ox-LDL-induced 
endothelial cell apoptosis by mediating the Bcl-2 and 
Caspase-3 pathways (4, 9, 10). However, the molecular 
mechanism underlying ox-LDL-induced endothelial cell 
apoptosis still remains unclear. Accordingly, identifying 
mechanisms that can prevent or reverse endothelial 
dysfunction has become a long-term goal.

At the molecular level, ox-LDL was also shown 
to promote the expression of adhesion molecules, heat 
shock proteins, and coagulation proteins, to suppress the 
production of endothelium-derived factors and to induce 
pro-inflammatory cytokines and growth factors (13). 
A  further role of ox-LDL in atherosclerosis is to initiate 
and affect the expression of inflammatory mediators 
such as C-reactive protein (CRP), interleukin (IL)-6, and 
tumor necrosis factor (TNF-a) in human umbilical vein 
endothelial cells (14-17). However, the correlation between 
inflammation response and ox-LDL-induced endothelial 
cell apoptosis has not been elucidated. It has been widely 
reported that HDAC inhibition by its inhibitors can reduce 
the inflammatory response in various injured normal 
tissues and inflammation-related tumors (16, 18-20). This 
strongly suggests that specific HDAC proteins should be 
targeted by HDAC inhibitors to attenuate ox-LDL-induced 
inflammatory responses. HDAC9, which has been 
shown to be associated with T regulatory cell function 
and inflammation (21, 22), is the target candidate in the 
present study. Recently, it was demonstrated that HDAC9 
represses cholesterol efflux and activates macrophages 
in atherosclerosis development (23), suggesting that 
HDAC9 may play an important role in the ox-LDL-induced 
endothelial response.

Here we investigated the role of HDAC9 
in ox-LDL-induced endothelial cell apoptosis and 
the potential mechanisms involved. We found that 
HDAC9 expression was increased in ox-LDL-induced 
cell apoptosis. As expected, HDAC9 knockdown 
inhibited ox-LDL-induced endothelial cell apoptosis and 
inflammatory factor activation.

3. MATERIALS AND METHODS

3.1. Cell culture and reagents
Human umbilical vein endothelial cells 

(HUVECs) were originally purchased from the ATCC. 

HUVECs were cultured in DMEM supplemented with 
10% fetal bovine serum (FBS; Invitrogen), 100 U/mL 
penicillin and 100 μg/mL streptomycin in a humidified 
incubator at 37˚C in a 5% CO2 atmosphere. Ox-LDL was 
purchased from Biomedical Technologies (Stoughton, 
MA, USA). To investigate the effects of ox-LDL on 
endothelial cell apoptosis and HDAC9 expression, the 
cells were treated with the indicated concentrations of 
ox-LDL for 24 h.

3.2. RNA extraction and real-time PCR analysis
Total RNA was extracted using TRIzol reagent 

following the manufacturer’s instructions. 2 μg total RNA 
was reverse transcribed to cDNA using the FastQuant 
RT Kit (Tiangen, China) according to the manufacturer’s 
protocol. Real-time PCR was performed with SYBR 
Green real-time PCR master mix (Toyobo, Japan) to 
determine the relative gene expression. The results were 
normalized to GAPDH. The primers are shown in Table 1.

3.3. Western blot analysis
Cultured cells were exposed to ox-LDL 

treatments. At the end of stimulation, the treated 
cells were collected for western blot analysis. Protein 
concentrations were measured using the BSA method 
as a standard. Equal amounts of total protein were 
separated by SDS-PAGE, and the blots were probed 
with antibodies against HDAC9 (1:200, Abcam, UK) and 
GAPDH (1:2000, Abcam, UK). Blots were visualized 
using a chemiluminescence kit (Thermo Scientific, 
USA).

3.4. Annexin V/PI double-staining assay
HUVECs (2×105/well) were cultured in six-well 

plates to 70–80% confluence. Cells were then treated 
with the indicated concentrations of ox-LDL. Cells were 
collected, and the annexin V-FITC PI dual-staining 
assay was conducted according to the manufacturer’s 
instructions (Beijing Biosea Biotech, China). The 
cells were then analyzed by fluorescence-activated 
cell sorting (FACS) analysis using flow cytometry (BD 
Biosciences, NJ, USA) and analyzed using FlowJo 
software. Annexin V+/PI+ cells were considered to be late 
apoptotic cells and Annexin V+/PI- cells were considered 
to be early apoptotic cells. Both types of cells were used 
for calculations.

3.5. HDAC9 knockdown in HUVECs
The lentiviral-vector mediated shRNA targeting 

HDAC9 (LV-shHDAC9) and lentiviral-vector non-specific 
control (LV-NC) were purchased from Shanghai Hanbio 
(Shanghai, China). The shRNA target sequences were: 
HDAC9, 5’-GAAAGACACUCCAACUAAU-3’; NC, 
5’-CGUACGCGGAAUACUUCGA-3’. The lentivirus was 
packaged in HEK293T cells and shRNA-containing 
lentivirus was delivered to transfect HUVECs. The 
knockdown efficiency of HDAC9 shRNA was determined 
by western blot analysis. The stably-transfected cells 
were then treated with ox-LDL (100 μg/mL) for 24 h and 



HDAC9 on ox-LDL induced endothelial cell apoptosis

	 909� © 1996-2016

the number of apoptotic cells was measured by apoptosis 
assays.

3.6. Cytotoxicity and cell viability assays
The cell cytotoxicity assay was performed 

with a colorimetric tetrazolium salt-based assay. To 
determine the cytotoxicity of ox-LDL, HUVECs were 
cultured in a 96-well plate for 24 h and then incubated 
with different concentrations of ox-LDL for 24 h, rinsed 
with PBS, and incubated for another 72 h in complete 
medium. To detect photothermal cytotoxicity, HUVECs 
were irradiated with a 980-nm laser at a fluence of 
60-120 J cm2. Cell cytotoxicity was assessed 12 h after 
laser irradiation with CCK8. The absorbance value at 
450 nm (OD450), was read with a 96-well plate reader 
(Infinite M200, Switzerland) to determine the viability of 
the cells.

3.7. Statistical analysis
All experiments were independently repeated 

at least 3  times. Values are shown as the mean ± SE. 
Student’s unpaired t-test was used to establish 
significance between the groups. P values were used to 
evaluate the statistical significance: *, P<0.05; **, P<0.01; 
***, P<0.001.

4. RESULTS

4.1. Ox-LDL inhibits endothelial cell viability 
and induces endothelial cell apoptosis in a 
dose-dependent manner

Ox-LDL activates endothelial cell apoptosis 
through multiple signaling pathways, such as PKC, 
PTK, BCL-2, and FAS (24, 25), while the mechanisms 
underlying the pathophysiological consequences of 
ox-LDL remain unclear. To explore this, HUVECs were 
used as an in vitro model to determine the role of ox-LDL. 
HUVECs were incubated with increasing concentrations 

of ox-LDL (0, 10, 30, 50, 100, 300 μg/mL) for 24  h, 
and the cells were then subjected to cell viability and 
cytotoxicity assays. As shown in Figure  1A, ox-LDL 
inhibited endothelial cell viability in a dose-dependent 
manner (≥50 μg/mL), demonstrating that endothelial cell 
growth was significantly suppressed by ox-LDL.

Furthermore, ox-LDL exhibited marked 
dose-dependent cytotoxicity in HUVECs (Figure  1B). 
The ox-LDL-treated HUVECs displayed characteristics 
of apoptosis including cell shrinkage and nuclear 
condensation. Therefore, cell apoptosis, which is always 
accompanied with cytotoxicity, was determined following 
ox-LDL treatment. Annexin V/PI staining analysis 
was conducted to quantify the percentages of early 
(PI-/annexin  V+) and late (PI+/annexin V+) apoptosis 
(Figure  2A) in ox-LDL-treated HUVECs. As expected, 
ox-LDL treatment resulted in increased percentages of late 
apoptotic cells, especially when the ox-LDL concentration 
was more than 100 μg/mL. Similarly, the percentage 
of early apoptotic cells was strongly upregulated in 
100 or 300 μg/mL Ox-LDL, while no significant effects 
were observed in ≤50 μg/mL ox-LDL-treated HUVECs 
(Figure  2B). Collectively, ox-LDL inhibited endothelial 
cell viability, induced cell cytotoxicity and apoptosis in a 
dose-dependent manner.

4.2. The mRNA levels of inflammatory factors 
were upregulated by ox-LDL exposure

It was previously shown that ox-LDL affected the 
expression of inflammatory mediators such as C-reactive 
protein (CRP), interleukin (IL)-6, and tumor necrosis 
factor (TNF-a) in HUVECs (14-17). In view of the tight 
correlation between ox-LDL and the inflammatory 
response in atherosclerosis, the expression of multiple 
inflammatory factors, including TNF-a, IL1-b, TGF-b, 
IL8, IFN-b, MCP1, MIP1-a, MIP1-b, and PDGF-BB 
were determined following ox-LDL stimulation. Notably, 

Table 1. Primers
Gene Sense 5’‑3’ Anti‑sense 5’‑3’

HDAC9 AGTAGAGAGGCATCGCAGAGA GGAGTGTCTTTCGTTGCTGAT

TNFa TGCACTTTGGAGTGATCGGC ACTCGGGGTTCGAGAAGATG

IL1b CCCTAAACAGATGAAGTGCTCCTT GGTGGTCGGAGATTCGTAGCT

TGFb CTGCAAGTGGACATCAACGG AAGTTGGCATGGTAGCCCTT

IL8 CTCTCTTGGCAGCCTTCCT GGGTGGAAAGGTTTGGAGTA

IFNb CTAGCACTGGCTGGAATGAGA TTGGCCTTCAGGTAATGCAGA

MCP1 TCTGTGCCTGCTGCTCATAG GGGCATTGATTGCATCTGGC

MIP1a TGCAACCAGTTCTCTGCATC TTTCTGGACCCACTCCTCAC

MIP1b AAGCTCTGCGTGACTGTCCT GCTTGCTTCTTTTGGTTTGG

PDGFBB CTCTGCTGCTACCTGCGTCT TGTTCAGGTCCAACTCGGC

GAPDH ATGACCACAGTCCATGCCAT GGTCTTACTCCTTGGAGGCCATGT
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the expression levels of TNF-a, IL1-b, IL8, and MCP1 
were markedly upregulated by higher concentrations 
of ox-LDL (100  and  or 300 μg/mL) (Figure  3), 
corresponding to the apoptotic phenotype elicited by 
ox-LDL treatment  (Figure  2). This demonstrated that 
the inflammatory response may be associated with 
ox-LDL-induced apoptosis.

4.3. HDAC9 knockdown antagonizes the 
ox-LDL-induced cell viability suppression and 
cell apoptosis promotion

Given the inflammatory response of HUVECs 
in ox-LDL-induced apoptosis, we next identified the 
downstream target of ox-LDL during this process. 
Considering the possible function of HDAC9 in 
inflammation, cholesterol efflux and macrophages 
in atherosclerosis (21-23), the role of HDAC9 in 
ox-LDL-induced apoptosis and the inflammatory 
response was preferentially investigated in the present 
study.

The expression pattern of HDAC9 responding 
to ox-LDL treatment was examined by real-time PCR and 
western blot analysis. We found that ox-LDL enhanced 
the expression of HDAC9 in a dose-dependent manner 
at the mRNA (Figure 4A) and protein levels (Figure 4B), 

suggesting that HDAC9 expression change was 
correlated with ox-LDL-induced apoptosis.

We hypothesized that HDAC9 may mediate 
ox-LDL-elicited effects, including cell viability suppression 
and cell apoptosis promotion. We used lentivirus-mediated 
HDAC9 shRNA to efficiently knockdown the expression 
of HDAC9 in HUVECs, which was confirmed by 
western blot results (Figure  5A). Control shRNA or 
HDAC9 shRNA-expressing HUVECs were treated with 
100 μg  mL ox-LDL for 24  h and then cell viability and 
cytotoxicity were determined by corresponding assays. 
Although cell viability was inhibited and cytotoxicity 
was increased in both groups of transfected HUVECs 
following ox-LDL treatment, the ox-LDL-elicited 
suppression of cell viability in HDAC9-depleted cells was 
much weaker than that in control HUVECs (Figure 5B), 
and ox-LDL-induced cytotoxicity was also impaired 
in HDAC9 shRNA-expressing cells  (Figure  5C). This 
suggests that ox-LDL-induced cell viability suppression 
and cell apoptosis promotion were antagonized by 
HDAC9 knockdown. However, the ox-LDL-induced 
effects were only impaired and not fully blocked by 
HDAC9 depletion (Figure 5B and 5C), demonstrating that 
HDAC9 partially mediates ox-LDL-induced cell viability 
suppression and cell apoptosis promotion in HUVECs.

The possibility of HDAC9 mediating 
ox-LDL-induced apoptosis was then investigated. Control 
shRNA and HDAC9 shRNA-expressing HUVECs treated 
with 100 μg/mL ox-LDL for 24 h were subjected to Annexin 
V/PI staining assays. Interestingly, ox-LDL-induced early 
apoptosis was significantly decreased in HDAC9-depleted 
cells, while ox-LDL-elicited late apoptosis was fully blocked 
in HDAC9-knockdown HUVECs when compared with the 
control group (Figure 6). It is possible that HDAC9 may 
play an important role in ox-LDL-induced late apoptosis.

4.4. HDAC9 depletion impaired the ox-LDL-
induced inflammatory factor expression

To further explore the relationship between 
HDAC9 and the ox-LDL-induced inflammatory response, 
the expression of inflammatory factors was examined in 
control and HDAC9-depleted HUVECs with or without 
ox-LDL treatment. It was found that ox-LDL-induced 
upregulation of TNF-a and MCP1 was hindered by 
HDAC9 knockdown (Figure  7), demonstrating that 
HDAC9 mediates the ox-LDL-induced inflammatory 
response. Taken together, these results suggest 
that HDAC9-mediated inflammatory reactions were 
tightly associated with the ox-LDL-induced effects in 
HUVECs, highlighting the essential role of HDAC9 in 
ox-LDL-deregulated endothelial cells.

5. DISCUSSION

This study revealed that ox-LDL induced 
endothelial cell apoptosis and the expression of HDAC9 

Figure 1. Ox-LDL inhibits endothelial cell viability in a dose-dependent 
manner. (A) HUVECs were treated with 10, 30, 50, 100, 300 μg/mL 
ox-LDL for 24  h. The absorbance at 450  nm was measured and cell 
viability was determined. (B) Cytotoxicity assays were also conducted in 
ox-LDL-treated cells at the same concentrations.
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in endothelial cells in a concentration-dependent 
manner concomitant with increased cytotoxicity and 
inflammatory reactions. These effects were inhibited by 
HDAC9 depletion in HUVECs. These findings suggest, 

for the first time, that HDAC9 plays a critical role in 
ox-LDL-induced endothelial cell apoptosis and mediates 
the ox-LDL-elicited inflammatory response in endothelial 
cells.

Figure 2. Ox-LDL induces endothelial cell apoptosis in a dose-dependent manner. The apoptosis of HUVECs in increasing concentrations of ox-LDL 
treatment was determined by Annexin V/PI double-staining assays. A set of representative results are shown in (A) and the number of apoptotic cells is 
displayed in (B).

Figure 3. The mRNA levels of inflammatory factors were upregulated following ox-LDL exposure. Real-time PCR analysis was conducted to determine 
the relative expression levels of TNF-a, IL1-b, TGF-b, IL8, IFN-b, MCP1, MIP1-a, MIP1-b, and PDGF-BB.
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Vascular endothelial cells are normally resistant 
to Fas-mediated apoptosis (26), and endothelial cell 
apoptosis is observed in the early stages of atherosclerosis. 
Ox-LDL and its components have been detected in 
human atherosclerotic plaques (27), and ox-LDL induced 
endothelial cell apoptosis in our study  (Figure  2) and 
other studies (6, 14). We also classified ox-LDL-induced 
apoptosis into early and late apoptosis and found that 
ox-LDL treatment led to enhanced early apoptosis as well 
as late apoptosis (Figure 2). In addition, cytotoxicity and 

cell viability were also determined and ox-LDL was found 
to inhibit cell growth and increase cytotoxicity (Figure 1). 
These findings demonstrate that these effects are critical 
in the pathophysiology of ox-LDL toxicity in endothelial 
cells and atherosclerosis.

There are several mechanisms that may 
account for the increased apoptosis of endothelial cells by 
ox-LDL. Ox-LDL may alter the expression levels of BCL-2 
family members, which positively or negatively regulate 

Figure 4. HDAC9 expression was upregulated by increasing concentrations of ox-LDL. (A) Real-time PCR analysis of HDAC9 mRNA level relative to 
GAPDH in increasing concentrations (10, 30, 50, 100, 300 μg/mL) in ox-LDL-treated cells. (B) The protein level of HDAC9 following ox-LDL treatment at 
the indicated concentrations was measured by western blot analysis using an anti-HDAC9 polyclonal antibody. GAPDH served as the loading control. 
The HDAC9 levels relative to GAPDH were analyzed by quantification of western blot band intensity using Quantity One software (Bio-Rad Laboratories, 
CA, USA) and are shown in the lower panel.
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FAS-mediated apoptosis (28-30). Several factors have 
been reported to modulate Fas-mediated cell death 
including sentrin, VPO1, GD3 ganglioside, and nitric 
oxide, which may be modulated by ox-LDL  (9,  31-33). 
Although there have been many suggestions concerning 
the role of inflammation in atherosclerosis (25, 34, 35), 
the relationship between ox-LDL and inflammatory 
activation has rarely been studied. In the present study, 
we found that multiple inflammatory factors, such as 
TNF-a, IL1-b, IL8, and MCP1, were increased by ox-LDL 
(Figure 3), accompanied by ox-LDL-induced apoptosis. 
It has been consistently reported that MCP1 was 
induced by ox-LDL in endothelial cells  (36). This result 
links ox-LDL-induced apoptosis and the inflammatory 
response in endothelial cells. We attempted to identify 

the downstream effector of ox-LDL in the ox-LDL-induced 
effects in relation to inflammation. Coincidently, HDAC 
inhibition reduces the inflammatory response in 
inflammation-related tumors (16, 18-20), and HDAC9 
plays important roles in inflammation and macrophages 
in atherosclerosis development  (21 23). These findings 
inspired us to investigate the role of HDAC9 in the 
ox-LDL-induced endothelial response. As expected, 
HDAC9 expression was significantly induced by ox-LDL 
treatment (Figure 4), and HDAC9 depletion antagonized 
ox-LDL-induced cell viability suppression and cell 
apoptosis promotion  (Figure  5 and 6). Importantly, 
ox-LDL-induced upregulation of TNF-a and MCP1 
was impaired by HDAC9 knockdown. These data 
demonstrate that HDAC9 mediates the ox-LDL-induced 

Figure 5. HDAC9 knockdown antagonizes ox-LDL-elicited cell viability suppression. (A) HUVECs were transfected with lentiviral non-specific control 
shRNA (LV-NC) or HDAC9 shRNA (LV-shHDAC9) for 24  h and the cells were collected for western blot analysis of HDAC9 and GAPDH. (B) The 
cell viability of control and HDAC9 shRNA-expressing HUVECs with or without ox-LDL (100 μg/mL) treatment was determined by OD450 values. 
(C) Cytotoxicity was determined in control and HDAC9 shRNA-expressing HUVECs with or without ox-LDL (100 μg/mL) treatment.
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effects in endothelial cells. However, ox-LDL functions 
in cell viability, cell apoptosis, and the inflammatory 
response were not fully mediated by HDAC9 (Figure 4-6). 
Possible reasons for this are as follows: HDAC9 was 
partially knocked down by HDAC9 shRNA (Figure 5A); 

other unknown factors (or other HDAC members) also 
participate in the ox-LDL-induced effects. An interesting 
observation was that HDAC9 depletion fully blocked 
ox-LDL-induced late apoptosis. It is possible that HDAC9 
shRNA first suppressed ox-LDL-induced early apoptosis, 

Figure 6. HDAC9 depletion antagonizes ox-LDL-induced cell apoptosis. The control shRNA (LV-NC) and HDAC9 shRNA (LV-shHDAC9)-expressing cells 
were cultured with or without ox-LDL supplementation for 24 h and cell apoptosis was determined. A set of representative apoptotic assay results is shown 
in (A) and the calculated apoptotic cell number is shown in (B).
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leading to the slow down of the whole apoptotic process, 
or HDAC9 shRNA blocked the transition from early 
apoptosis to late apoptosis. This hypothesis requires 
further study in the future.

It is currently difficult to assess the overall 
impact of ox-LDL-induced effects on HDAC9 in 
atherosclerosis. In this context, HDAC9 may have 
a protective role in response to ox-LDL-induced 
apoptosis. In addition, oxidized lipids can increase 
the sensitivity of endothelial cells to death signals. 
HDAC9 may mediate ox-LDL-affected endothelial cell 
sensitivity. As ox-LDL triggers inflammatory processes, 
HDAC9 may contribute to atherosclerosis resulting 
in exaggerated hyperlipidemia. These results show 
that ox-LDL inhibited cell viability and promoted cell 
apoptosis in endothelial cells, and HDAC9 mediated 
ox-LDL-induced apoptosis and inflammatory reactions. 
Our study may provide a mechanistic rationale 
for the pathophysiology of atherosclerosis and 
inflammatory cell accumulation that is characteristic of 
fibroproliferative disorders of the vessel wall. HDAC9 
might be a potential target for protecting against 
ox-LDL-induced apoptosis in endothelial cells, and the 
occurrence of atherosclerosis.

6. ACKNOWLEDGEMENTS

Xu Han and Xiang Han are co-first authors.

7. REFERENCES

1.	 Xu F, Sun Y, Chen Y, Sun Y, Li R. Endothelial 
cell apoptosis is responsible for the formation of 
coronary thrombotic atherosclerotic plaques. 
Tohoku J Exp Med 218(1), 25-33 (2009)
DOI: 10.1620/tjem.218.25

2.	 Galle J, Hansen-Hagge T, Wanner C, Seibold 
S. Impact of oxidized low density lipoprotein 
on vascular cells. Atherosclerosis 185(2), 
219-26 (2006)
DOI: 10.1016/j.atherosclerosis.2005.10.005

3.	 Kamota T, Li TS, Morikage N, Murakami 
M, Ohshima M. Ischemic pre-conditioning 
enhances the mobilization and recruitment 

of bone marrow stem cells to protect against 
ischemia/reperfusion injury in the late phase. 
J Am Coll Cardiol 53(19), 1814-22 (2009)
DOI: 10.1016/j.jacc.2009.02.015

4.	 Wei DH, Jia XY, Liu YH, Guo FX. Cathepsin 
L stimulates autophagy and inhibits apoptosis 
of ox-LDL-induced endothelial cells: potential 
role in atherosclerosis. Int J Mol Med 31(2), 
400-6 (2013)
Doi not found

5.	 Salvayre R, Auge N, Benoist H, 
Negre-Salvayre A. Oxidized low-density 
lipoprotein-induced apoptosis. Biochim 
Biophys Acta 1585(2-3), 213-21 (2002)
DOI: 10.1016/S1388-1981(02)00343-8

6.	 Colles SM, Maxson JM, Carlson SG, 
Chisolm GM. Oxidized LDL-induced injury 
and apoptosis in atherosclerosis. Potential 
roles for oxysterols. Trends Cardiovasc Med 
11(3-4), 131-8 (2001)
DOI: 10.1016/S1050-1738(01)00106-2

7.	 Cheng J, Cui R, Chen CH, Du J. Oxidized 
low-density lipoprotein stimulates 
p53-dependent activation of proapoptotic 
Bax leading to apoptosis of differentiated 
endothelial progenitor cells. Endocrinology 
148(5), 2085-94 (2007)
DOI: 10.1210/en.2006-1709

8.	 Lu J, Yang JH, Burns AR, Chen HH, Tang 
D. Mediation of electronegative low-density 
lipoprotein signaling by LOX-1: a possible 
mechanism of endothelial apoptosis. Circ Res 
104(5), 619-27 (2009)
DOI: 10.1161/CIRCRESAHA.108.190116

9.	 Bai YP, Hu CP, Yuan Q, Peng J, Shi RZ. Role 
of VPO1, a newly identified heme-containing 
peroxidase, in ox-LDL induced endothelial 
cell apoptosis. Free Radic Biol Med 51(8), 
1492-500 (2011)
DOI: 10.1016/j.freeradbiomed.2011.07.004

10.	 Liu S, Shen H, Xu M, Liu O. FRP inhibits 

Figure 7. HDAC9 depletion impairs ox-LDL-induced inflammatory factor expression. Real-time PCR analysis of inflammatory factor expression in control 
shRNA (LV-NC) and HDAC9 shRNA (LV-shHDAC9)-expressing endothelial cells with or without ox-LDL (100 μg/mL) treatment.

http://dx.doi.org/10.1620/tjem.218.25
http://dx.doi.org/10.1016/j.atherosclerosis.2005.10.005
http://dx.doi.org/10.1016/j.jacc.2009.02.015
http://dx.doi.org/10.1016/S1388-1981(02
http://dx.doi.org/10.1016/S1050-1738(01
http://dx.doi.org/10.1210/en.2006-1709
http://dx.doi.org/10.1161/CIRCRESAHA.108.190116
http://dx.doi.org/10.1016/j.freeradbiomed.2011.07.004


HDAC9 on ox-LDL induced endothelial cell apoptosis

	 916� © 1996-2016

ox-LDL-induced endothelial cell apoptosis 
through an Akt-NF-{kappa}B-Bcl-2 pathway 
and inhibits endothelial cell apoptosis in an 
apoE-knockout mouse model. Am J Physiol 
Endocrinol Metab 299(3), E351-63 (2010)
DOI: 10.1152/ajpendo.00005.2010

11.	 Takahashi M, Okazaki H, Ogata Y, 
Takeuchi K. Lysophosphatidylcholine 
induces apoptosis in human endothelial 
cells through a p38-mitogen-activated 
protein kinase-dependent mechanism. 
Atherosclerosis 161(2), 387-94 (2002)
DOI: 10.1016/S0021-9150(01)00674-8

12.	 N’Guessan PD, Schmeck B, Ayim A, Hocke 
AC. Streptococcus pneumoniae R6x 
induced p38 MAPK and JNK-mediated 
caspase-dependent apoptosis in human 
endothelial cells. Thromb Haemost 94(2), 
295-303 (2005)

13.	 Steinberg D. Low density lipoprotein oxidation 
and its pathobiological significance. J  Biol 
Chem 272(34), 20963-6 (1997)
DOI: 10.1074/jbc.272.34.20963

14.	 Holvoet P, Vanhaecke J, Janssens S. Oxidized 
LDL and malondialdehyde-modified LDL in 
patients with acute coronary syndromes and 
stable coronary artery disease. Circulation 
98(15), 1487-94 (1998)
DOI: 10.1161/01.CIR.98.15.1487

15.	 Massy ZA, Kim Y, Guijarro C, Kasiske BL. 
Low-density lipoprotein-induced expression 
of interleukin-6, a marker of human mesangial 
cell inflammation: effects of oxidation and 
modulation by lovastatin. Biochem Biophys 
Res Commun 267(2), 536-40 (2000)
DOI: 10.1006/bbrc.1999.1992

16.	 Tekin IO, Orem A, Shiri-Sverdlov R. Oxidized 
LDL in inflammation: from bench to bedside. 
Mediators Inflamm 2013, 762759 (2013)
DOI: 10.1155/2013/762759

17.	 Hulthe J, Fagerberg B. Circulating oxidized LDL 
is associated with subclinical atherosclerosis 
development and inflammatory cytokines 
(AIR Study). Arterioscler Thromb Vasc Biol 
22(7), 1162-7 (2002)
DOI: 10.1161/01.ATV.0000021150.63480.CD

18.	 Adcock IM. HDAC inhibitors as anti-
inflammatory agents. Br J Pharmacol 150(7), 
829-31 (2007)
DOI: 10.1038/sj.bjp.0707166

19.	 Glauben R, Sonnenberg E, Zeitz M, 
Siegmund B. HDAC inhibitors in models of 
inflammation-related tumorigenesis. Cancer 
Lett 280(2), 154-9 (2009)
DOI: 10.1016/j.canlet.2008.11.019

20.	 Shakespear MR1, Halili MA, Irvine KM. 
Histone deacetylases as regulators of 
inflammation and immunity. Trends Immunol 
32(7), 335-43 (2011)
DOI: 10.1016/j.it.2011.04.001

21.	 Shakespear MR, Halili MA, Irvine KM. Histone 
deacetylases as regulators of inflammation 
and immunity. Trends Immunol 32(7), 
335-43 (2011)
DOI: 10.1016/j.it.2011.04.001

22.	 de Zoeten EF, Wang L, Sai H, Dillmann WH. 
Inhibition of HDAC9 increases T regulatory 
cell function and prevents colitis in mice. 
Gastroenterology 138(2), 583-94 (2010)
DOI: 10.1053/j.gastro.2009.10.037

23.	 Cao Q, Rong S, Repa JJ, St Clair R. Histone 
deacetylase 9 represses cholesterol efflux 
and alternatively activated macrophages in 
atherosclerosis development. Arterioscler 
Thromb Vasc Biol 34(9), 1871-9 (2014)
DOI: 10.1161/ATVBAHA.114.303393

24.	 Sata M, Walsh K. Oxidized LDL activates 
fas-mediated endothelial cell apoptosis. J Clin 
Invest 102(9), 1682-9 (1998)
DOI: 10.1172/JCI3531

25.	 Li D, Yang B, Mehta JL. Ox-LDL induces 
apoptosis in human coronary artery endothelial 
cells: role of PKC, PTK, bcl-2, and Fas. Am J 
Physiol 275(2 Pt 2), H568-76 (1998)
Doi not found.

26.	 Sata M, Walsh K. TNFalpha regulation of Fas 
ligand expression on the vascular endothelium 
modulates leukocyte extravasation. Nat Med 
4(4), 415-20 (1998)
DOI: 10.1038/nm0498-415

27.	 Yla-Herttuala S, Palinski W, Rosenfeld ME, 
Parthasarathy S. Evidence for the presence 
of oxidatively modified low density lipoprotein 
in atherosclerotic lesions of rabbit and man. 
J Clin Invest 84(4), 1086-95 (1989)
DOI: 10.1172/JCI114271

28.	 Lacronique V, Mignon A, Fabre M, Viollet B, 
Rouquet N. Bcl-2 protects from lethal hepatic 
apoptosis induced by an anti-Fas antibody in 
mice. Nat Med 2(1), 80-6 (1996)

http://dx.doi.org/10.1152/ajpendo.00005.2010
http://dx.doi.org/10.1016/S0021-9150(01
http://dx.doi.org/10.1074/jbc.272.34.20963
http://dx.doi.org/10.1161/01.CIR.98.15.1487
http://dx.doi.org/10.1006/bbrc.1999.1992
http://dx.doi.org/10.1155/2013/762759
http://dx.doi.org/10.1161/01.ATV.0000021150.63480.CD
http://dx.doi.org/10.1038/sj.bjp.0707166
http://dx.doi.org/10.1016/j.canlet.2008.11.019
http://dx.doi.org/10.1016/j.it.2011.04.001
http://dx.doi.org/10.1016/j.it.2011.04.001
http://dx.doi.org/10.1053/j.gastro.2009.10.037
http://dx.doi.org/10.1161/ATVBAHA.114.303393
http://dx.doi.org/10.1172/JCI3531
http://dx.doi.org/10.1038/nm0498-415
http://dx.doi.org/10.1172/JCI114271


HDAC9 on ox-LDL induced endothelial cell apoptosis

	 917� © 1996-2016

DOI: 10.1038/nm0196-80
29.	 Itoh N, Tsujimoto Y, Nagata S. Effect of 

bcl-2 on Fas antigen-mediated cell death. 
J Immunol 151(2), 621-7 (1993)
Doi not found.

30.	 Rehemtulla A, Hamilton CA, Chinnaiyan AM. 
Ultraviolet radiation-induced apoptosis is 
mediated by activation of CD-95 (Fas/APO 1). 
J Biol Chem 272(41), 25783-6 (1997)
DOI: 10.1074/jbc.272.41.25783

31.	 Okura T, Gong L, Kamitani T, Wada T, Okura 
I. Protection against Fas/APO-1-  and tumor 
necrosis factor-mediated cell death by a 
novel protein, sentrin. J  Immunol 157(10), 
4277-81 (1996)
Doi not found

32.	 De Maria R, Lenti L, Malisan F. 
Requirement for GD3 ganglioside in 
CD95-  and ceramide-induced apoptosis. 
Science 277(5332), 1652-5 (1997)
DOI: 10.1126/science.277.5332.1652

33.	 Mannick JB, Miao XQ, Stamler JS. Nitric 
oxide inhibits Fas-induced apoptosis. J  Biol 
Chem 272(39), 24125-8 (1997)
DOI: 10.1074/jbc.272.39.24125

34.	 Uzui H, Harpf A, Liu M, Doherty TM. Increased 
expression of membrane type  3-matrix 
metalloproteinase in human atherosclerotic 
plaque: role of activated macrophages and 
inflammatory cytokines. Circulation 106(24), 
3024-30 (2002)
DOI: 10.1161/01.CIR.0000041433.94868.12

35.	 Doria A, Sherer Y, Meroni PL, Shoenfeld Y. 
Inflammation and accelerated atherosclerosis: 
basic mechanisms. Rheum Dis Clin North Am 
31(2), 355-62 (2005)
DOI: 10.1016/j.rdc.2005.01.006

36.	 Mackness B, Hine D, Liu Y, Mastorikou M, 
Mackness M. Paraoxonase-1 inhibits oxidised 
LDL-induced MCP-1 production by endothelial 
cells. Biochem Biophys Res Commun 318(3), 
680-3 (2004)
DOI: 10.1016/j.bbrc.2004.04.056

Abbreviations: Ox-LDL: oxidized low-density 
lipoprotein; CRP: C-reactive protein; TNF-a: tumor 
necrosis factor; HUVECs: human umbilical vein 
endothelial cells

Key Words: Ox-LDL, TNF-a, HUVECs

Send correspondence to: Qiang Dong, 
Department of Neurology, Huashan Hospital, 
state key laboratory of medical neurobiology 
Fudan University, Shanghai, 200040, China, 
Tel: 86-13701747065, Fax: 86-21-62489191, 
E-mail: qiang_dong163@yeah.net

http://dx.doi.org/10.1038/nm0196-80
http://dx.doi.org/10.1074/jbc.272.41.25783
http://dx.doi.org/10.1126/science.277.5332.1652
http://dx.doi.org/10.1074/jbc.272.39.24125
http://dx.doi.org/10.1161/01.CIR.0000041433.94868.12
http://dx.doi.org/10.1016/j.rdc.2005.01.006
http://dx.doi.org/10.1016/j.bbrc.2004.04.056
mailto:qiang_dong163@yeah.net

