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Abstract: This study is to investigate the effects of sulforaphane (SFN) on TNF-α-induced proinflammatory cytokine 
production and reactive oxygen species (ROS) generation in bEnd.3 mouse brain endothelial cells. The bEnd.3 cells 
were stimulated with TNF-α, with or without SFN treatment, for 24 h. Interleukin-1β (IL-1β) and endothelin contents 
were detected by ELISA. ROS level was assessed by flow cytometry. The mRNA and protein expression levels of 
heme oxygenase (HO)-1 were detected by real-time PCR and Western blot, respectively. SFN (0-30 μg/mL) did not 
induce toxic effects on bEnd.3 cells. ELISA showed that, IL-1β and endothelin levels in bEnd.3 cells were significantly 
increased by the TNF-α treatment. However, SFN treatments significantly decreased the IL-1β and endothelin con-
tents in these cells, in a dose dependent manner. Moreover, intracellular ROS level was significantly enhanced in 
TNF-α-treated bEnd.3 cells, which could be decreased by SFN treatments. Real-time PCR and Western blot showed 
that, the mRNA and protein expression levels of HO-1 were significantly increased by the TNF-α stimulation, which 
could be further elevated by SFN treatments. The reducing effects of SFN on IL-1β and endothelin production were 
enhanced by the activator of HO-1, while the effects of SFN were reversed by the inhibitor of HO-1, in TNF-α-treated 
bEnd.3 cells. SFN inhibits TNF-α-induced proinflammatory cytokine production and ROS generation in bEnd.3 cells, 
which might be mediated by the up-regulation of HO-1. Our findings may provide evidence for the application of SFN 
in the treatment of brain injuries caused by cerebral ischemia/reperfusion.
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Introduction

Microvascular endothelial cells are one of the 
important components of the blood brain bar-
rier (BBB). Damages of these cells induced by 
ischemia would result in injuries to BBB, fur- 
ther leading to increased brain vascular perme-
ability and vasogenic brain edema [1, 2]. In 
recent years, the concept of neurovascular unit 
has been proposed and gradually accepted, 
including neural cells, endothelial cells, astro-
cytes, and surrounding extracellular matrix 
[3-5]. It has been shown that the activation  
and regeneration of endogenous nerves alone 
might not give satisfactory outcomes. There- 
fore, some researchers claim that neurovascu-
lar unit should be considered as a whole in the 
treatment of cerebral ischemia [6, 7].

It has been well accepted that, the severity and 
prognosis of brain diseases depend not only on 
the range and degree of cerebral hypoxia-isch-
emia, but also on the hypoxia, ischemia/reper-
fusion injury, which involves reactive oxygen 
species (ROS), cytokines, adhesion molecules, 
and platelets [8, 9]. The accumulation of ROS 
would enhance the expression of cytokines 
(such as TNF-α and IL-1β) and adhesion mole-
cules, and alter the inflammatory responses, 
resulting in tissue injuries and neuronal death 
[10, 11]. Therefore, it is of great importance to 
find or develop anti-oxidative drugs associated 
with multiple pathways, with low side effects, 
for the treatment of brain injuries [12-14].

Sulforaphane (SFN) is a kind of isothiocyanate 
with strong antioxidant activity, which is derived 
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from cruciferous vegetables [15, 16]. SNF can 
reduce the DNA damages induced by various 
carcinogens, and inhibit the proliferation of 
tumor cells [17, 18]. Moreover, SFN has also 
been shown to be able to regulate the body 
immune system, exhibiting neuroprotective 
effects in animal models of acute or chronic 
nervous system diseases [19-22]. However, the 
effects of SFN on endothelial cell injuries have 
not yet been fully elucidated. In this study, the 
bEnd.3 mouse brain endothelial cells were 
stimulated with TNF-α, and the effects of SFN 
on TNF-α-induced proinflammatory cytokine 
production and ROS generation in these cells 
and the related mechanisms were investi- 
gated.

Materials and methods

Cell culture and drug administration

Mouse endothelial cell line (bEnd.3) was pur-
chased from the American Type Culture Col- 
lection (ATCC, USA). These bEnd.3 cells were 
cultured with DMEM (Invitrogen, Carlsbad, CA, 
USA), supplemented with 10% fetal bovine 
serum (FBS; Sijiqing, Hangzhou, Zhejiang, 
China), in a 5% CO2, 37°C incubator. These cells 
were divided into the following groups: (1) the 
control group, in which the cells were treat- 
ed with 0.1% DMSO (Cusabio, Wuhan, Hubei, 
China) for 14 h; (2) the TNF-α-induced model 
group, in which the cells were treated with 5 
ng/mL TNF-α for 24 h; and (3) the treatment 
groups, in which TNF-α-induced cells were 
treated with 5, 10, and 30 μg/mL SFN (Sigma-
Aldrich, St Louis, MO, USA), respectively, for 24 
h.

Lactate dehydrogenase (LDH) activity assay

The LDH activity was assessed with the LDH kit 
(Promega, Madison, WI, USA). Cells in the loga-
rithmic growth phase were collected and plant-
ed at a density of 1 × 105/mL. After TNF-α 
induction and/or SFN treatments, cell culture 
medium was collected. 50 μL substrate was 
prepared and added into a well on a microplate, 
and then incubated in dark for 30 min. The stop 
solution was added, and the absorbance (OD) 
at 490 nm was recorded. On the other hand, 
the cells after induction and treatments were 
lysed by the freeze-thawing method, and the 
maximum LDH activity was measured. The LDH 

leakage rate was calculated according to the 
following equation: LDH leakage rate (%) = 
OD490 nm (the experimental group)/OD490 nm (the 
maximum release) × 100%.

Quantitative real-time PCR

The mRNA expression levels of HO-1 in bEnd.3 
cells were detected with quantitative real-time 
PCR. Total RNA was extracted with the Trizol 
agent (Sangon Biotech, Shanghai, China). The 
reverse transcription was performed to obtain 
the cDNA template. The primers used for the 
real-time PCR were synthesized by Sangon 
Biotech: HO-1, forward 5’-ATGGCCTCCCTGTAC- 
CACATC-3’ and reverse 5’-TGTTGCGCTCAATCT- 
CCTCCT-3’; β-actin, forward 5’-CATCCTGCGTCT- 
GGACCTGG-3’ and reverse 5’-TAATGTCACGCAC- 
GATTTCC-3’. The 50 μL PCR system consisted 
of 1 μL template, 1 μL primer each, 7 μL 25 mM 
MgCl2, 5 μL 10 × PCR buffer, 0.5 μL 5 U/μL 
polymerase, 1 μL SYBR Green I, 1 μL 10 mM 
dNTP, and 32.5 μL ddH2O. The reaction condi-
tions were as follows: denaturation at 95°C for 
2 min; 95°C for 15 s, 60°C for 60 s, for totally 
40 cycles; followed by 72°C for 30 s. The rela-
tive expression levels of the target gene were 
calculated by the 2-ΔΔCt method.

Enzyme-linked immunosorbent assay (ELISA)

The levels of IL-1β and endothelin were detect-
ed with the ELISA kit (Neobioscience, Shenzhen, 
Guangdong, China), according to the manufac-
turer’s instructions. Briefly, 10 μL sample and 
40 μL diluent were added into each well, and 
the microplate was incubated in dark at 37°C 
for 30 min. After washing, 50 μL enzyme solu-
tion was added, and the microplate was incu-
bated in dark at 37°C for 1 h. After washing, 
100 μL TMB was added into each well for color 
development in dark at 37°C for 15-20 min. 50 
μL stop solution was added, and the OD at 450 
nm was read by a microplate reader (Thermo 
Multiskan MK3, Labsystems, Helsinki, Finland) 
within 15 min. The standard curve was obtained 
with the standard samples provided within the 
kit, and the sample concentration was deter-
mined accordingly.

Intracellular ROS level assessment

The cells were planted onto a 6-well plate at a 
density of 5 × 104/mL. After induction and drug 
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treatments, the cells were collected into an  
EP tube, and re-suspended with 1 mL DCFH-DA 
(Molecular Probes, Eugene, OR, USA) solution. 
The cell suspension was incubated in dark for 
40 min. The cells were collected by centrifuga-
tion at 1500 rpm for 5 min, and re-suspended 
with PBS. The fluorescence was detected with 
flow cytometry, with the excitation wavelength 
of 488 nm and the emission wavelength of 535 
nm. The relative intracellular ROS level was cal-
culated accordingly.

Western blot analysis

The protein expression level of HO-1 in the 
bEnd.3 cells was detected with the Western 
blot analysis. Cells were lysed with the lysis buf-
fer, and centrifuged at 4°C at 12000 rpm for 2 
min. The protein concentration was determined 
by the BCA kit (Beyotime, Haiman, Jiangsu, 
China). 10 μL protein was separated on 10% 
SDS-PAGE, and then transferred onto a NC 
membrane. The blot was blocked with 5% fat-
free milk at room temperature for 2 h, and then 
incubated with mouse anti-human anti-HO-1 
polyclonal antibody (Santa Cruz, Santa Cruz, 
CA, USA) at 4°C overnight. Then the membrane 
was incubated with HRP-conjugated goat anti-
mouse polyclonal secondary antibody (Boster, 
Wuhan, Hubei, China) at 37°C for 1-2 h. The col-

orization was performed with the electrochemi-
luminescence (ECL) method.

Statistical analysis

Data are expressed as mean ± SD. SPSS13.0 
software was used for the statistical analysis. 
The t-test was used for the comparison between 
groups. P < 0.05 was considered as statistical-
ly significant.

Results

SFN reduces TNF-α-induced IL-1β and endo-
thelin production in bEnd.3 cells

We first tried to find out the optimum treatment 
concentration of SFN on bEnd.3 cells. These 
cells were treated with SFN at indicated con-
centrations (0, 5, 10, 30 and 40 μg/mL), and 
then the toxicity was assessed by the LDH 
activity assay. Our results showed that, SFN  
at the concentrations of 0-30 μg/mL did not 
induce significant toxic effects on the viability 
of the bEnd.3 cells (Figure 1A). Based on these 
results, the treatment concentrations of SFN 
were set at 5, 10, and 30 μg/mL for the follow-
ing experiments.

To investigate the effects of TNF-α and SFN on 
the bEnd.3 cells, the contents of IL-1β and 

Figure 1. Reducing effect of SFN on TNF-α-
induced proinflammatory cytokine production 
in bEnd.3 cells. (A) The bEnd.3 cells were 
treated with SFN at 0-40 μg/mL. The cell tox-
icity was assessed by the LDH activity assay. 
(B, C) The production of IL-1β (B) and endo-
thelin (C) were detected by ELISA, in TNF-α-
induced bEnd.3 cells, with or without SFN 
treatment. Compared with the control group, 
*P < 0.05; compare with the TNF-α-induced 
model group, #P < 0.05.
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endothelin were detected by ELISA. Our results 
showed that, compared with the control group, 
5 ng/mL TNF-α significantly increased the lev-
els of IL-1β and endothelin in bEnd.3 cells (both 
P < 0.05). However, the treatments of SFN sig-
nificantly decreased the levels of IL-1β and 

endothelin in TNF-α-induced bEnd.3 cells, in a 
dose dependent manner (all P < 0.05) (Figure 
1B, 1C). These results suggest that, SFN treat-
ment could reduce the TNF-α-induced IL-1β and 
endothelin production in bEnd.3 cells, in a dose 
dependent manner.

Figure 2. Decreasing ef-
fect of SFN on TNF-α-
induced ROS generation 
in bEnd.3 cells. A. ROS 
generation was detected 
by flow cytometry with 
fluorescent probe, in TNF-
α-induced bEnd.3 cells, 
with or without SFN treat-
ment. B. Statistical analy-
sis of ROS generation. 
Compared with the control 
group, *P < 0.05; compare 
with the TNF-α-induced 
model group, #P < 0.05.
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SFN decreases TNF-α-induced ROS generation 
in bEnd.3 cells

We nest investigated the effects of TNF-α and 
SFN treatments on ROS generation in bEnd.3 
cells. Our results showed that, compared with 
the control group, the intracellular ROS level 
was significantly enhanced in the bEnd.3 cells 
treated with TNF-α (P < 0.05). However, the 
treatments of SFN significantly decreased the 
intracellular ROS levels in TNF-α-treated bEnd.3 
cells, in a dose dependent manner (all P < 0.05) 
(Figure 2). These results suggest that SFN 
treatment could decrease the TNF-α-induced 
ROS generation in bEnd.3 cells.

SFN increases HO-1 expression levels in TNF-
α-treated bEnd.3 cells

To investigate whether the effects of SFN on 
TNF-α-treated bEnd.3 cells were related to 
HO-1, the mRNA and protein expression levels 
of HO-1 in these cells were detected with real-
time PCR and Western blot analysis, respec-
tively. Our results from the real-time PCR show- 
ed that, the mRNA expression level of HO-1 was 
significantly increased by TNF-α treatment (P < 
0.05). Moreover, the mRNA expression levels of 
HO-1 were further elevated by SFN treatments 
in TNF-α-treated bEnd.3 cells, in a dose depen-
dent manner (all P < 0.05) (Figure 3A). Similar 
results were obtained for the Western blot anal-
ysis. The protein expression levels of HO-1 were 
significantly increased by the TNF-α treatment 
(P < 0.05), which were further enhanced by the 
SFN treatments (all P < 0.05) (Figure 3B). Taken 
together, these results suggest that SFN treat-
ment could increase the mRNA and protein 

expression levels of HO-1 in TNF-α-treated 
bEnd.3 cells.

HO-1 mediates the effects of SFN on TNF-α-
treated bEnd.3 cells

To further investigate the role of HO-1 in the 
effects of SFN on TNF-α-treated bEnd.3 cells, 
the activator and inhibitor of HO-1 were used  
to treat the bEnd.3 cells, respectively, and the 
contents of IL-1β and endothelin were assessed. 
Our results showed that, the reducing effects of 
SFN on the IL-1β and endothelin contents in 
TNF-α-treated bEnd.3 cells could be significant-
ly enhanced by the HO-1 activator. CoPP (both  
P < 0.05) (Figure 4). In contrast, the effects of 
SFN on the IL-1β and endothelin contents could 
be reversed by the treatment of the HO-1 inhibi-
tor, ZnPP, in TNF-α-treated bEnd.3 cells (both  
P < 0.05) (Figure 4). These results suggest that 
HO-1 mediates the reducing effects of SFN on 
TNF-α-enhanced IL-1β and endothelin produc-
tion in bEnd.3 cells.

Discussion

Proinflammatory cytokine TNF-α plays an im- 
portant role in the activation of inflammatory 
responses. TNF-α could stimulate the synthe-
sis and release of IL-1β, to further synergi- 
stically induce the expression of intermole- 
cular adhesion molecules in vascular endothe-
lial cells and the endothelial leukocyte adhe-
sion molecules. Thereafter, a large number of 
leucocytes would infiltrate into and accumulate 
in the brain parenchyma, which could release 
inflammatory mediators and exacerbate the 
inflammation. Moreover, the endothelial cells 

Figure 3. Increasing effect of SFN on HO-1 expres-
sion in TNF-α-treated bEnd.3 cells. The mRNA (A) 
and protein (B) expression levels of HO-1 in TNF-
α-induced bEnd.3 cells, with or without SFN treat-
ment, were detected with real-time PCR and West-
ern blot analysis, respectively. Compared with the 
control group, *P < 0.05; compare with the TNF-α-
induced model group, #P < 0.05.
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would be stimulated to produce various cyto-
kines, ending up with the ischemia-inflamma-
tion-thrombosis cycle. Meanwhile, the excitato-
ry amino acids, NO, and free radicals would 
also be produced and released [23-25].

Endothelin is one of the most potent and per-
sistent vasoconstrictors, which can specifically 
bind to receptors on the membrane of vascular 
smooth muscle cells, activating phospholipase 
C, and producing inositol triphosphate (IP3)  
and diacylglycerol (DAG). IP3 facilitates the 
extracellular Ca2+ influx and promotes the intra-
cellular Ca2+ mobilization, resulting in the ele-
vated intracellular Ca2+ concentration and the 
subsequent vasoconstriction. On the other 
hand, endothelin stimulates the proliferation  
of vascular endothelial cells, smooth muscle 
cells, and fibroblasts, which might lead to wall 
thickening and luminal stenosis [26]. Vaso- 
constriction, metabolic disturbance, and cell 
proliferation promotion induced by endothelin 
share common pathogenic factors with the dis-
eases associated with vascular injuries [27]. In 
this study, our results showed that the treat-
ment of TNF-α could significantly elevate the 
production of IL-1β and endothelin in bEnd.3 
cells, confirming the synergistic effect of endo-
thelin with proinflammatory cytokines in the 
disease pathogenesis.

ROS is a key factor in the damage of vascular 
endothelial cells and in the dysfunction of host 
cells induced by TNF-α. Intracellular ROS level 
in TNF-α-induced bEnd.3 cells was determined 

in this study. Flow cytometry showed that, after 
treated with 5 ng/mL TNF-α for 24 h, the fluo-
rescence intensity (i.e., the intracellular ROS 
level) in the bEnd.3 cells was significantly high-
er than in the control group, indicating that 
TNF-α could induce the ROS generation in 
these cells. The excessive ROS production 
might reduce the membrane fluidity, and might 
induce apoptosis via inhibiting the mitochon-
drial function. In addition, ROS could inhibit the 
proliferation of endothelial cells, which is disad-
vantageous to the repairing of endothelial cell 
injuries. Accumulated ROS can not only induce 
the peroxidation of lipids, DNA, and proteins, 
but also up-regulate the expression of various 
cytokines, adhesion molecules, which would 
aggravate the brain damages [28, 29]. These 
effects might work together to form a complex 
inflammatory pathway, eventually leading to 
neuronal necrosis.

Nuclear transcription factor Nrf2 is an impor-
tant endogenous antioxidant pathway in vivo, 
which could induce the expression of various 
endogenous antioxidant enzymes and proteins, 
protecting the host cells from oxidative and 
inflammatory injuries. HO is one of the most 
important targets regulated by Nrf2. There are 
totally three HO isoenzymes: HO-1, HO-2 and 
HO-3. HO-1 is an inducible isoenzyme, which 
could be induced by oxidative stress, heavy 
metal ions, and other factors. HO-1 has been 
shown to be able to exert protective effects on 
myocardial cells, hepatic parenchymal cells, 
fiber cells, and vascular endothelial cells [30, 

Figure 4. Involvement of HO-1 in the effects of SFN on TNF-α-treated bEnd.3 cells. The TNF-α-treated bEnd.3 cells 
were pre-treated with the HO-1 activator CoPP (0.3 μmol/L) and inhibitor ZnPP (0.1 µmol/L), respectively, together 
with SFN (30 μg/mL). Then the production of IL-1β (A) and endothelin (B) were detected by ELISA in these cells. 
Compared with the control group, *P < 0.05; compare with the TNF-α-induced model group, #P < 0.05.
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31]. Previous studies have shown that, the  
up-regulated HO-1 expression can effectively 
reduce the oxidative stress-induced injury in 
pulmonary epithelial cells [32, 33]. Moreover, 
HO-1 gene-deficient mice are associated with 
elevated sensitivity to inflammatory lung inju-
ries [34]. Furthermore, the transfection of HO-1 
in mouse models could effectively reduce the 
area of myocardial infarction induced by myo-
cardial ischemia/reperfusion injury [35]. These 
results suggest that HO-1 is part of the endog-
enous protective system against cardiovascu-
lar diseases. In this study, our results showed 
that TNF-α treatment could induce the proin-
flammatory cytokine production and ROS gen-
eration in bEnd.3 cells, and promote the expres-
sion of HO-1, which might provide a feedback 
protection mechanism. However, it is usually 
difficult to balance the in vivo redox state only 
with this kind of compensation mechanism. 
Therefore, exogenous drugs inhibiting oxidative 
stress may be an important strategy for the 
treatment of various brain injuries caused by 
ischemia/reperfusion.

Sulforaphane (SFN) exists in a large number  
of cruciferous vegetables like Broccoli. It has 
been shown that SFN has a variety of biological 
activities, such as antioxidant, anti-cell prolif-
eration, anti-inflammation, and immune regu-
lating effects [36, 37]. Particularly, increasing 
attention has been focused upon the anti-
tumor and antioxidant effects of SFN, which 
might be achieved by indirectly regulating the 
antioxidant genes [38, 39]. The pharmacologi-
cal studies have found that, SFN could regulate 
the activity of transcription factor Nrf2 within 
cells. The activated Nrf2 would enter the nucle-
us and bind to ARE, and further induce the 
expression of antioxidant and detoxification 
enzymes, such as HO-1 and NQO1, reducing 
the toxicity induced by ROS and other toxic sub-
stance [40]. Other in vivo experiments have 
shown that SFN could up-regulate the phase II 
detoxification enzymes via activating Nrf2, to 
exert protective effects against myocardial 
ischemia/reperfusion injury. It has also been 
shown that, pre-treatment of SFN could en- 
hance the activities of glutathione, SOD, NQO1, 
and GST in murine thoracic aortic smooth mus-
cle cells [41, 42]. In addition, SFN could protect 
pancreatic β cell damages induced by H2O2 [43, 
44]. In the central nervous system, SFN have 
also been shown to alleviate the neurological 
deficits caused by cerebral ischemia, cerebral 

hemorrhage, and hypoxic encephalopathy, and 
to some extent protect against MPTP-induced 
toxicity [45, 46]. Moreover, SFN could up-regu-
late the expression of HO-1 and NQO1 in imma-
ture hippocampal neurons, enhancing the cell 
tolerance to hypoxic conditions [47]. However, 
the mechanisms underlying the protective 
effects of SFN on neurons against cerebral 
ischemia/reperfusion injury have not yet been 
fully elucidated. In this study, we found that 
SFN treatment could significantly elevate the 
mRNA and protein expression levels of HO-1 in 
bEnd.3 cells. To further investigate whether 
HO-1 was involved in the regulation of inflam-
matory responses, the HO-1 activator CoPP 
and inhibitor ZnPP were used to incubate these 
cells, respectively. Our results showed that 
CoPP could synergistically decrease the pro-
duction of IL-1β and endothelin in TNF-α-
induced bEnd.3 cells with SFN treatment, while 
ZnPP could significantly elevate the production 
of IL-1β and endothelin in these cells. These 
results suggest that HO-1 mediates the inhibit-
ing effects of SFN on IL-1β and endothelin pro-
duction in TNF-α-treated bEnd.3 cells. It has 
been widely accepted that oxidative stress is 
associated with the complex pathogenesis of 
cerebral vascular diseases. Moreover, HO-1 
plays an important role in the host defense 
against oxidative stress. Phase II enzyme in- 
ducer, SFN, could activate the HO-1 pathway to 
regulate the expression of downstream target 
antioxidant/detoxifying enzymes, and inhibit 
the oxidative stress induced by various patho-
genic factors, further exerting neuroprotective 
effects.

In conclusion, our results suggest that SFN 
treatment could reduce TNF-α-induced IL-1β 
and endothelin production, and decrease TNF-
α-enhanced ROS generation, in bEnd.3 cells. 
Moreover, the mRNA and protein expression 
levels of HO-1 could be further increased by 
SFN treatments in TNF-α-treated bEnd.3 cells. 
Furthermore, our results indicate that HO-1 
mediates the reducing effects of SFN on TNF- 
α-induced IL-1β and endothelin production in 
these cells. Our findings would provide evi-
dence for the application of SFN in the treat-
ment of brain injuries caused by cerebral isch-
emia/reperfusion.

Acknowledgements

This work was supported by Scientific Research 
Key Project for Universities and Colleges from 



SFN treating TNF-α-induced pathogenesis

4936 Int J Clin Exp Med 2016;9(2):4929-4938

the Education Department of Hunan Province 
(No. 11A106).

Disclosure of conflict of interest

None.

Address correspondence to: Dr. Hong Wu, Depart- 
ment of Internal Neurology, Guangdong No. 2 Pro- 
vincial People’s Hospital, No. 466, Xingang Middle 
Road, Guangzhou 510317, Guangdong, China. Tel: 
86-02089168752; E-mail: wuhong020@126.com

References

[1] Frontczak-Baniewicz M, Chrapusta SJ and 
Sulejczak D. Long-term consequences of surgi-
cal brain injury-characteristics of the neurovas-
cular unit and formation and demise of the 
glial scar in a rat model. Folia Neuropathol 
2011; 49: 204-18.

[2] del Zoppo GJ. Regulating the responses of the 
neurovascular unit to focal ischemia. Rinsho 
Shinkeigaku 2010; 50: 876-7.

[3] Zhang L, Zhang ZG and Chopp M. The neuro-
vascular unit and combination treatment strat-
egies for stroke. Trends Pharmacol Sci 2012; 
33: 415-22.

[4] Sa-Pereira I, Brites D and Brito MA. Neuro- 
vascular unit: a focus on pericytes. Mol Neuro- 
biol 2012; 45: 327-47.

[5] Xing C, Hayakawa K, Lok J, Arai K and Lo EH. 
Injury and repair in the neurovascular unit. 
Neurol Res 2012; 34: 325-30.

[6] Witthoft A and Em KG. A bidirectional model  
for communication in the neurovascular unit. J 
Theor Biol 2012; 311: 80-93.

[7] Lecrux C and Hamel E. The neurovascular unit 
in brain function and disease. Acta Physiol 
(Oxf) 2011; 203: 47-59.

[8] Pundik S, Xu K and Sundararajan S. Re- 
perfusion brain injury: focus on cellular bioen-
ergetics. Neurology 2012; 79 Suppl 1: S44-51.

[9] Cheng G, Kong RH, Zhang LM and Zhang JN. 
Mitochondria in traumatic brain injury and mi-
tochondrial-targeted multipotential therapeu-
tic strategies. Br J Pharmacol 2012; 167: 699-
719.

[10] Lu Q, Wainwright MS, Harris VA, Aggarwal S, 
Hou Y, Rau T, Poulsen DJ and Black SM. 
Increased NADPH oxidase-derived superoxide 
is involved in the neuronal cell death induced 
by hypoxia-ischemia in neonatal hippocampal 
slice cultures. Free Radic Biol Med 2012; 53: 
1139-51.

[11] Alonso-Alconada D, Hilario E, Alvarez FJ and 
Alvarez A. Apoptotic cell death correlates with 
ROS overproduction and early cytokine expres-
sion after hypoxia-ischemia in fetal lambs. 
Reprod Sci 2012; 19: 754-63.

[12] Choi BY, Jang BG, Kim JH, Lee BE, Sohn M, 
Song HK and Suh SW. Prevention of traumatic 
brain injury-induced neuronal death by inhibi-
tion of NADPH oxidase activation. Brain Res 
2012; 1481: 49-58.

[13] Kim YJ, Kim SY, Sung DK, Chang YS and Park 
WS. Neuroprotective effects of L-carnitine 
against oxygen-glucose deprivation in rat pri-
mary cortical neurons. Korean J Pediatr 2012; 
55: 238-48.

[14] Keep RF, Xi G, Hua Y and Hoff JT. The deleteri-
ous or beneficial effects of different agents  
in intracerebral hemorrhage: think big, think 
small, or is hematoma size important? Stroke 
2005; 36: 1594-6.

[15] Lenzi M, Fimognari C and Hrelia P. Sulfora- 
phane as a promising molecule for fighting 
cancer. Cancer Treat Res 2014; 159: 207-23.

[16] Liang H and Yuan Q. Natural sulforaphane as  
a functional chemopreventive agent: including 
a review of isolation, purification and analysis 
methods. Crit Rev Biotechnol 2012; 32: 218-
34.

[17] Techapiesancharoenkij N, Fiala JL, Navasumrit 
P, Croy RG, Wogan GN, Groopman JD, Ru- 
chirawat M and Essigmann JM. Sulforaphane, 
a cancer chemopreventive agent, induces 
pathways associated with membrane biosyn-
thesis in response to tissue damage by afla-
toxin B1. Toxicol Appl Pharmacol 2015; 282: 
52-60.

[18] Watson GW, Wickramasekara S, Palomera-
Sanchez Z, Black C, Maier CS, Williams DE, 
Dashwood RH and Ho E. SUV39H1/H3K9me3 
attenuates sulforaphane-induced apoptotic 
signaling in PC3 prostate cancer cells. Onco- 
genesis 2014; 3: e131.

[19] Chuang WY, Kung PH, Kuo CY and Wu CC. 
Sulforaphane prevents human platelet aggre-
gation through inhibiting the phosphatidylino-
sitol 3-kinase/Akt pathway. Thromb Haemost 
2013; 109: 1120-30.

[20] Atochina-Vasserman EN, Biktasova A, Abra- 
mova E, Cheng DS, Polosukhin VV, Tanjore  
H, Takahashi S, Sonoda H, Foye L, Venkov C, 
Ryzhov SV, Novitskiy S, Shlonimskaya N, Ikeda 
M, Blackwell TS, Lawson WE, Gow AJ, Harris 
RC, Dikov MM and Tchekneva EE. Aquaporin 
11 Insufficiency Modulates Kidney Suscepti- 
bility to Oxidative Stress. Am J Physiol Renal 
Physiol 2013; 304: F1295-307.

[21] Chang TC, Uen YH, Chou CH, Sheu JR and Chou 
DS. The role of cyclooxygenase-derived oxida-
tive stress in surgically induced lymphedema 
in a mouse tail model. Pharm Biol 2013; 51: 
573-80.

[22] Pawlik A, Wiczk A, Kaczynska A, Antosiewicz J 
and Herman-Antosiewicz A. Sulforaphane in-
hibits growth of phenotypically different breast 
cancer cells. Eur J Nutr 2013; 52: 1949-58.

mailto:wuhong020@126.com


SFN treating TNF-α-induced pathogenesis

4937 Int J Clin Exp Med 2016;9(2):4929-4938

[23] Ding YH, Mrizek M, Lai Q, Wu Y, Reyes R Jr, Li  
J, Davis WW and Ding Y. Exercise precondition-
ing reduces brain damage and inhibits TNF-
alpha receptor expression after hypoxia/reoxy-
genation: an in vivo and in vitro study. Curr 
Neurovasc Res 2006; 3: 263-71.

[24] Goel G, Guo M, Ding J, Dornbos D 3rd, Ali  
A, Shenaq M, Guthikonda M and Ding Y. 
Combined effect of tumor necrosis factor 
(TNF)-alpha and heat shock protein (HSP)-70 
in reducing apoptotic injury in hypoxia: a cell 
culture study. Neurosci Lett 2010; 483: 162-6.

[25] Zhang DJ, Xu GR, Li ZY, Li YZ, Xu LX, Lu FY and 
Zhang QL. The effects of Shuxuetong on the 
pathology of cerebral ischemia/reperfusion in-
jury and GABA and TNF-alpha expression in 
gerbil models. Neurosci Bull 2006; 22: 41-6.

[26] Reid JL, Dawson D and Macrae IM. Endothelin, 
cerebral ischaemia and infarction. Clin Exp 
Hypertens 1995; 17: 399-407.

[27] Hofman FM, Chen P, Jeyaseelan R, Incardona 
F, Fisher M and Zidovetzki R. Endothelin-1 in-
duces production of the neutrophil chemotac-
tic factor interleukin-8 by human brain-derived 
endothelial cells. Blood 1998; 92: 3064-72.

[28] Wang T, Gu J, Wu PF, Wang F, Xiong Z, Yang YJ, 
Wu WN, Dong LD and Chen JG. Protection by 
tetrahydroxystilbene glucoside against cere-
bral ischemia: involvement of JNK, SIRT1, and 
NF-kappaB pathways and inhibition of intracel-
lular ROS/RNS generation. Free Radic Biol 
Med 2009; 47: 229-40.

[29] Zhao B, Chen Y, Sun X, Zhou M, Ding J, Zhan  
JJ and Guo LJ. Phenolic alkaloids from Meni- 
spermum dauricum rhizome protect against 
brain ischemia injury via regulation of GLT-1, 
EAAC1 and ROS generation. Molecules 2012; 
17: 2725-37.

[30] Yan W, Wang HD, Hu ZG, Wang QF and Yin HX. 
Activation of Nrf2-ARE pathway in brain after 
traumatic brain injury. Neurosci Lett 2008; 
431: 150-4.

[31] Zeynalov E, Shah ZA, Li RC and Dore S. Heme 
oxygenase 1 is associated with ischemic pre-
conditioning-induced protection against brain 
ischemia. Neurobiol Dis 2009; 35: 264-9.

[32] Hayashi Y, Matsushima M, Nakamura T, Shiba- 
saki M, Hashimoto N, Imaizumi K, Shimokata 
K, Hasegawa Y and Kawabe T. Quercetin pro-
tects against pulmonary oxidant stress via 
heme oxygenase-1 induction in lung epithelial 
cells. Biochem Biophys Res Commun 2012; 
417: 169-74.

[33] Kosmider B, Messier EM, Chu HW and Mason 
RJ. Human alveolar epithelial cell injury in-
duced by cigarette smoke. PLoS One 2011; 6: 
e26059.

[34] Li XH, Gong X, Zhang L, Jiang R, Li HZ, Wu  
MJ and Wan JY. Protective Effects of Polydatin 

on Septic Lung Injury in Mice via Upregulation 
of HO-1. Mediators Inflamm 2013; 2013: 
354087.

[35] Yet SF, Tian R, Layne MD, Wang ZY, Maemura 
K, Solovyeva M, Ith B, Melo LG, Zhang L, Ingwall 
JS, Dzau VJ, Lee ME and Perrella MA. Cardiac-
specific expression of heme oxygenase-1 pro-
tects against ischemia and reperfusion injury 
in transgenic mice. Circ Res 2001; 89: 168-73.

[36] Li B, Tian S, Liu X, He C, Ding Z and Shan  
Y. Sulforaphane protected the injury of hu- 
man vascular endothelial cell induced by LPC 
through up-regulating endogenous antioxi-
dants and phase II enzymes. Food Funct 2015; 
6: 1984-91.

[37] Guerrero-Beltrán CE, Calderón-Oliver M, Pe- 
draza-Chaverri J and Chirino YI. Protective ef-
fect of sulforaphane against oxidative stress: 
recent advances. Exp Toxicol Pathol 2012; 64: 
503-8.

[38] Kaminski BM, Steinhilber D, Stein JM and 
Ulrich S. Phytochemicals resveratrol and sul-
foraphane as potential agents for enhancing 
the anti-tumor activities of conventional can-
cer therapies. Curr Pharm Biotechnol 2012; 
13: 137-46.

[39] Traka MH, Melchini A and Mithen RF. Sulfora- 
phane and prostate cancer interception. Drug 
Discov Today 2014; 19: 1488-92.

[40] Chen X, Liu J and Chen SY. Sulforaphane pro-
tects against ethanol-induced oxidative stress 
and apoptosis in neural crest cells by the  
induction of Nrf2-mediated antioxidant re-
sponse. Br J Pharmacol 2013; 169: 437-48.

[41] Chi X, Zhang R, Shen N, Jin Y, Alina A, Yang S 
and Lin S. Sulforaphane reduces apoptosis 
and oncosis along with protecting liver injury-
induced ischemic reperfusion by activating the 
Nrf2/ARE pathway. Hepatol Int 2015; 9: 321-
9.

[42] Zhu H, Jia Z, Strobl JS, Ehrich M, Misra HP  
and Li Y. Potent induction of total cellular and 
mitochondrial antioxidants and phase 2 en-
zymes by cruciferous sulforaphane in rat aortic 
smooth muscle cells: cytoprotection against 
oxidative and electrophilic stress. Cardiovasc 
Toxicol 2008; 8: 115-25.

[43] Song MY, Kim EK, Moon WS, Park JW, Kim  
HJ, So HS, Park R, Kwon KB and Park BH. 
Sulforaphane protects against cytokine- and 
streptozotocin-induced beta-cell damage by 
suppressing the NF-kappaB pathway. Toxicol 
Appl Pharmacol 2009; 235: 57-67.

[44] Fu J, Zhang Q, Woods CG, Zheng H, Yang B, Qu 
W, Andersen ME and Pi J. Divergent effects of 
sulforaphane on basal and glucose-stimulated 
insulin secretion in β-cells: role of reactive oxy-
gen species and induction of endogenous anti-
oxidants. Pharm Res 2013; 30: 2248-59.



SFN treating TNF-α-induced pathogenesis

4938 Int J Clin Exp Med 2016;9(2):4929-4938

[45] Ernst IM, Palani K, Esatbeyoglu T, Schwarz K 
and Rimbach G. Synthesis and Nrf2-inducing 
activity of the isothiocyanates iberverin, iberin 
and cheirolin. Pharmacol Res 2013; 70: 155-
62.

[46] Jazwa A, Rojo AI, Innamorato NG, Hesse M, 
Fernandez-Ruiz J and Cuadrado A. Pharmaco- 
logical targeting of the transcription factor 
Nrf2 at the basal ganglia provides disease 
modifying therapy for experimental parkinson-
ism. Antioxid Redox Signal 2011; 14: 2347-60.

[47] Jazwa A and Cuadrado A. Targeting heme oxy-
genase-1 for neuroprotection and neuroinflam-
mation in neurodegenerative diseases. Curr 
Drug Targets 2010; 11: 1517-31.


