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Abstract
Curcumin protects neuronal cells exposed to β amyloid (Aβ); the mechanism, however, is still obscure. The aim of this study is
to determine whether the type 2 superoxide dismutase (SOD2) mediates curcumin-induced protective effects in Aβ-treated
neuronal cells. In this study, the HT22 neuronal cells were exposed to Aβ to imitate neuronal injury in Alzheimer’s disease
(AD). After 24-h treatment, 10 μM Aβ decreased cell viability and mitochondrial functions, including mitochondrial complex
activities and mitochondrial membrane potential (MMP), and also downregulated anti-oxidants SOD2, glutathione (GSH), and
catalase (CAT) levels (P < 0.05), meanwhile, increased lactic dehydrogenase (LDH) release, apoptosis level, intracellular reactive
oxygen species (ROS) and mitochondrial superoxide accumulation (P < 0.05). And, co-administration of 1 μM curcumin
significantly reduced the Aβ-induced cell injury and oxidative damage above (P < 0.05). Downregulating SOD2 by using small
interfering RNA (siRNA), however, significantly abolished the curcumin-induced protective and anti-oxidative effects in HT22
cells (P < 0.05); the scramble (SC)-siRNA did not cause marked effects on the curcumin-induced protective effects (P > 0.05).
These findings showed that curcumin can alleviate Aβ-induced injury in neuronal cells, and SOD2 protein may mediate the
neuroprotective effects.
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Introduction

Dementia is a major global health problem. The number
of patients living with dementia is about 46.8 million in
the world (Anstey et al. 2017), and the number is pre-
dicted to be 131.5 million by the end of 2050 (Quinn
et al. 2018). Alzheimer’s disease (AD) is the most

common type of dementia, characterized as progressive
decline of learning and cognitive functions (Bature et al.
2017). In 2010, China had more cases of AD than any
other country in the world (Chan et al. 2013).
Therefore, the Chinese should pay more attention to
AD than the people of other countries. A great number
of investigations showed that β amyloid (Aβ) accumu-
lation in brain tissue contributes to the progression of
AD (Bateman et al. 2012; Egan et al. 2018). High level
of Aβ in brain can damage neurons and even induce
neuron death (Wu et al. 2015; Ginanneschi et al. 2014).
In addition, Aβ accumulation can also activate microg-
lia, and the activated microglial cells may release in-
flammatory factors, such as tumor necrosis factor α
(TNF-α), interleukin 1β (IL-1β), and IL-6, to injure
neurons (Yeo et al. 2018). Long-term exposure to the
inflammatory factors can undermine neurons and induce
neuronal apoptosis (Chuang et al. 2017). For this rea-
son, reducing the neurotoxicity of Aβ is considered to
be an effective method to prevent and treat AD.

Many epidemiological studies showed that the people in
India and some Southeast Asian countries have a low inci-
dence of AD as their diet is rich in curry (Pari et al. 2008;
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Lee et al. 2013). Curcumin is an extract from herbal Carcuma
longa Linn (turmeric) and seasoning curry (Joshi et al. 2017;
Douglass and Clouatre 2015). Some recent studies indicated
that curcumin can induce anti-inflammation, anti-tumor, anti-
oxidatition, and neuroprotection (Reddy et al. 2018; Zou et al.
2018). And, some researchers also found that curcumin de-
creased Aβ-induced neurotoxicity in neurons and microglial
cells (Reddy et al. 2018). The curcumin-induced neuroprotec-
tive mechanism, however, is still obscure.

Type 2 superoxide dismutase (SOD2) is an anti-oxi-
dant, expressed in mitochondria, which can protect mito-
chondria against oxidative stress injury (Li et al. 2016).
In the present study, we used Aβ to treat HT22 hippo-
campal neuronal cells to mimic neuronal injury in AD,
and explore whether SOD2 is involved in curcumin-
induced protection against Aβ in HT22 cells.

Materials and Methods

Cells and Reagents

HT22 cells were obtained as a gift from the Affiliated Hospital
of Xuzhou Medical University. Curcumin, β amyloid 1–42
peptide (Aβ), DMEMcell culture medium, fetal bovine serum
(FBS), and methyl thiazolyl tetrazolium (MTT) were pur-
chased from the Sigma-Aldrich (St. Louis, MO, USA). The
anti-SOD2, anti-cleaved caspase-3, and anti-β-actin primary
anti-bodies were obtained from the Abcam (Cambridge, UK).
Lactic dehydrogenase (LDH), glutathione (GSH), and cata-
lase (CAT) reagent kits were purchased from Nanjing
Jiancheng Bioengineering Institute (Nanjing, China).

Cell Culture and Treatments

The HT22 cells were cultured in DMEM medium containing
10% FBS, 100 U/ml penicillin, and 100 μg/ml streptomycin.
The air of the cell incubator contained 95% air and 5% CO2,
and the temperature was 37 °C. The medium was changed
every 2–3 days. The cells were passaged three times/week
with a 1:4 split ratio.

To determine suitable curcumin concentration, the cells
were divided into five groups, including control: cells were
cultured in normal medium; Aβ: cells were exposed to 10 μM
Aβ; and three curcumin treatment groups: cells were exposed
to the medium containing 0.1 μM, 1 μM, or 5 μM curcumin
plus 10 μMAβ. After 24-h treatment, the cells were tested to
evaluate cell injury level and mitochondrial functions.

Then, to explore the role of SOD2 in curcumin-induced
protection against Aβ injury, the HT22 cells were divided into
five groups, including control: cells cultured in normal medi-
um; Aβ: cells were exposed to 10 μM Aβ; Cur+Aβ: cells
were exposed to the medium containing 1 μM curcumin and

10 μM Aβ; SOD2-siRNA+Cur+Aβ: cells were exposed to
SOD2-siRNA for 24 h to downregulate SOD2 expression, and
then exposed to the medium containing 1 μM curcumin and
10 μM Aβ; SC-siRNA+Cur+Aβ: cells were exposed to
scrambled (SC) siRNA for 24 h, and then exposed to the
medium containing 1 μM curcumin and 10 μM Aβ, after
24-h treatment, the cells were tested to evaluate cell injury
level, mitochondrial functions, and intracellular oxidants/
anti-oxidant levels.

MTT Analysis

The cells were planted into 96-well cell culture plate at a
density of 1 × 105 cells/well; 24 h later, the cells were treated
with different drugs. After the treatments, 20 μl MTT solution
(MTT powder dissolved in phosphate buffered saline (PBS) at
a concentration of 5μg/ml) was added into eachwell; after 4-h
incubation at 37 °C, the medium in the culture plate was re-
moved. And then, 150 μl dimethyl sulphoxide (DMSO) was
added into each well. After 15-min shaking, as the formazan
was dissolved completely, the absorbance was measured by
using a spectrophotometer (TECAN, CH).

LDH Release Measurement

The cells were planted into a 24-well cell culture plate at a
density of 5 × 105 cells/well. After the treatments, the super-
natants of the wells were collected to evaluate the LDH activ-
ity in the medium as we previously described (Jia et al. 2014).

Western Blot Analysis

The cells were seeded into a 6-well cell culture plate at a
density of 1 × 106 cells/well. After the treatments, the medium
was removed and the total protein in the cells was determined
by using the Bradford method as we previously described (Jia
et al. 2014). Anti-SOD2 polyclonal anti-body (catalog number
ab13533, 1:1000) and anti-cleaved caspase-3 anti-body (cata-
log number ab179517, 1:50) were used. Anti-β-actin anti-
body (catalog number ab8226, 1:10000) was also used. The
antigens were detected by using the chemiluminescence tech-
nique (Amersham Pharmacia Biotech Piscataway, NJ, USA).
Image analysis was measured with the assistance of comput-
erized analysis software (Bio-Rad, Hercules, CH).

Mitochondrial Function Measurement

Themitochondria of the HT22 cells were isolated according to
the manufacturer’s instructions (Mitochondria isolation kit,
Qiagen, Hilden, Germany). Then, the mitochondrial complex
I and II activities were measured at 30 °C as a study previously
described (Han et al. 2007).
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Mitochondrial membrane potential (MMP) was measured
by using the JC-1 (Sigma-Aldrich, St. Louis, MO, USA).
Mitochondrial samples were exposed to JC-1 staining buffer
according to the manufacturer’s instruction. At the end of the
experiments, valinomycin was added to be the negative con-
trol. The fluorescence intensity was evaluated by using a fluo-
rescence spectrophotometer at 37 °C (TECAN, CH). The ratio
of aggregates (red, 590 nm) to monomer (green, 525 nm) was
calculated as the MMP indicator.

Small RNA Interference

The SOD2-siRNA and SC-siRNA were purchased from
Qiangen (Germany). Briefly, the SOD2-siRNA and SC-
siRNA oligomers were diluted in serum-free DMEMmedium
and incubated for 5 min at room temperature. The oligomers
were then combined with diluted Lipofectamine 2000 and
incubated for 20 min. After the incubation, the cell culture
medium was removed from the plate and the cells were
washed twice with PBS at 37 °C. The siRNA-Lipofectamine
complexes were added into the plate, and the cells were incu-
bated for 24 h at 37 °C. Then, the cells were washed with PBS.
The SOD2 expression was evaluated by using western blot
analysis.

Apoptosis Evaluation

The apoptotic rate of cells was calculated by using a flow
cytometry (BD, USA). The cells were seeded into a 6-well
cell culture plate at a density of 5 × 105 cells/well. After the
treatments, the cells were harvested by centrifugation for
5 min at 1000 rpm. Then, the cells were washed twice with
ice-cold PBS, and the apoptotic rate was calculated as we
described in a study (Jia et al. 2014).

Intracellular Glutathione and Catalase Measurements

The cells were planted into a 6-well plate at a density of 5 ×
105 cells/well. After the treatments, the supernatants were re-
moved and cells were harvested. The GSH and CAT levels
were measured by using the corresponding reagent kit accord-
ing to the manufacturer’s instruction as we previously de-
scribed (Jia et al. 2014).

Reactive Oxygen Species Evaluation

Intracellular reactive oxygen species (ROS) level was
detected by using a ROS reagent kit (Beyotime
Biotechnology, China) as we previously described (Jia
et al. 2014). Briefly, the treated cells were incubated
with 10 μM 2′7′-dichlorofluorescin diacetate (DCFH-
DA) at 37 °C for 10 min, and then washed twice with
PBS at room temperature. And, the ROS level was

evaluated by using a Leica DMI6000B fluorescence mi-
croscope (Leica, Germany). The excitation wavelength
was 488 nm, and the emission wavelength was
525 nm. The images were analyzed using Image Pro-
plus software (IPP 6.0, Media Cybernetics, Silver
Spring, MD, USA).

Mitochondrial Superoxide Measurement

MitoSOX™ reagent kit was used to assess the mito-
chondrial superoxide level in the treated HT22 cells in
this study. Briefly, the MitoSOX™ can target the mito-
chondrial selectively after permeating the cell membrane
and reacting with the superoxide immediately. After the
treatments, the cells were incubated with 5 μM
MitoSOX™ red at 37 °C for 20 min. After the incuba-
tion, 100 μl DAPI staining solution was added into
each well to mark the nuclei. After 10-min incubation
at room temperature in darkness, the cells were ob-
served with a co-focal microscope (Olympus, Japan).
Fluorescence photos, including the mitochondrial super-
oxide (red, 510 nm at excitation and 580 nm at emis-
sion), the nuclei (blue, 340 nm at excitation and
488 nm at emission), and the merged photos, were tak-
en randomly. The fluorescence intensity was quantified
by using pro-plus software (IPP 6.0, Media Cybernetics,
Silver Spring, MD, USA).

Statistical Analysis

SPSS 13.0 for windows (SPSS Inc., Chicago, IL) was used to
conduct statistical analysis. All the values of this study were
expressed as means ± standard deviation (SD) from at least
three separate experiments, and no data were excluded. And,
one-way ANOVAwas taken to treat the data. The differences
between groups were compared by using the Tukey’sMultiple
Comparisons. P < 0.05 indicated statistical significance.

Results

Curcumin Reduced Aβ-Induced Injury in Neuronal
Cells Dose-Dependently

To find a suitable curcumin (Cur) concentration, HT22
cells were divided into five groups, including normal
cultured control group, 10 μM Aβ treatment group,
and three concentrations of curcumin (0.1 μM, 1 μM,
and 5 μM, respectively) plus 10 μM Aβ treatment
groups. After 24-h incubation, MTT and LDH releases
were used to determine the cell injury level (Fig. 1).
Compared with the control, 10 μM Aβ reduced cell
viability (MTT) and increased LDH level in the medium
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(P < 0.05), and 1 μM and 5 μM curcumin obviously
restored cell viability and reduced LDH release from
the cells exposed to Aβ (P < 0.05); however, 0.1 μM
curcumin did not induce significant protection against
Aβ in the cells (P > 0.05). Curcumin of 1 μM was used
in the subsequent experiments.

Curcumin Ameliorated Mitochondrial Functions
in Neuronal Cells Exposed to Aβ

To observer curcumin-induced effects on SOD2 expres-
sion in HT22 cells, we used western blot to measure
SOD2 expression level (Fig. 2a) and also evaluated mi-
tochondrial functions (Fig. 2b, d). The cells were divid-
ed into five groups as mentioned above, including con-
trol, Aβ, and three curcumin treatment groups (0.1 μM,
1 μM, and 5 μM curcumin plus 10 μM Aβ, respective-
ly). After 24-h treatment, compared with the control,
Aβ exposure decreased SOD2 expression and neuronal
mitochondria functions significantly (P < 0.05), including
MMP and mitochondrial complex I and II activities.
Similarly, 1 μM and 5 μM curcumin markedly restored
SOD2 level, neuronal MMP, and mitochondrial complex

activities. These findings above indicated that SOD2
expression upregulation and mitochondrial function
ameliorations may be involved in curcumin-induced pro-
tections in HT22 cells exposed to Aβ.

SOD2-siRNA Abolished Curcumin-Induced Protective
Effects Against Aβ

To further observe the role of SOD2 in curcumin-induced
cytoprotection in HT22 cells exposed to Aβ, we used
SOD2-siRNA to downregulate SOD2 expression in HT22
cells. Compared with the control, SOD2-siRNA (Fig. 3a),
but not the SC-siRNA, significantly inhibited SOD2 expres-
sion in HT22 cells (P < 0.05), indicating the SOD2-siRNA
used in this study was effective. Then, the cells were divided
into five groups, including control, 10 μM Aβ treatment
group, 1 μM curcumin plus 10 μM Aβ treatment group
(Cur+Aβ), SOD2-siRNA treatment group (SOD2-siRNA+
Cur+Aβ), and scramble siRNA group (SC-siRNA+Cur+
Aβ). After the treatments, we used MTT and LDH release to
test cell injury level (Fig. 3b, c), and took flow cytometry and
western blot to evaluate cell apoptosis rate and cleaved
caspase-3 expression (Fig. 3d–f), an apoptosis-associated pro-
tein, respectively. After 24-h treatment, Aβ exposure reduced
cell viability and increased LDH release (P < 0.05), compared
with the control, and curcumin restored cell viability and
inhibited LDH release in the cells exposed to Aβ (P < 0.05).
However, SOD2-siRNA (P < 0.05), but not the SC-siRNA
(P > 0.05), significantly reversed the curcumin-induced
neuroprotection.

Similarly, compared with the control, Aβ exposure en-
hanced cell apoptosis rate and cleaved caspase-3 expression,
and curcumin reduced the apoptosis and cleaved caspase-3
levels (P < 0.05). The SOD2-siRNA obviously abolished the
curcumin-induced anti-apoptotic effects above (P < 0.05).
Nevertheless, the SC-siRNA did not cause significant influ-
ence on the curcumin-induced anti-apoptosis effects
(P > 0.05). These findings showed that SOD2 protein may
mediate curcumin-induced neuroprotection and anti-
apoptosis effects in Aβ-treated neuronal cells.

SOD2-siRNA Reversed Curcumin-Induced
Mitochondrial Function Ameliorations in Neuronal
Cells

To further determine the role of SOD2 in curcumin-induced
neuroprotection, we tested mitochondrial functions, including
mitochondrial complex I and II activities, MMP (Fig. 4a, b, e)
andmitochondrial superoxide level (Fig. 4c, d). The cells were
divided into five groups, including control, Aβ, Cur+Aβ,
SOD2-siRNA+Cur+Aβ, and SC-siRNA+Cur+Aβ groups.
After 24-h treatments, 1 μM curcumin significantly reversed
10 μM Aβ-induced decrease of mitochondrial complex I and

Fig. 1 Curcumin restored cell viability and reduced LDH release in HT22
cells exposed to Aβ. HT22 cells were divided into five groups, including
control: cells were cultured in normal medium; Aβ: cells were exposed to
10 μM Aβ; and three curcumin (Cur) treatment groups: cells were ex-
posed to the medium containing 0.1 μM, 1 μM, or 5 μM curcumin plus
10 μM Aβ. After 24-h treatment, MTT and LDH releases were used to
evaluate cell injury level. a Curcumin restored cell viability (n = 8). b
Curcumin reduced LDH release (n = 8). *P < 0.05; NS no significance

J Mol Neurosci (2019) 67:540–549 543



II activities and MMP level, and inhibited the accumulation of
mitochondrial superoxide in the cells (P < 0.05). SOD2-
siRNA, but not the SC-siRNA (P > 0.05), obviously abolished
curcumin-induced effects on mitochondrial functions and su-
peroxide level (P < 0.05). These findings indicated SOD2 pro-
tein may mediate curcumin-induced ameliorations of mito-
chondrial functions in Aβ-treated neuronal cells.

SOD2-siRNA Abolished Curcumin-Induced Elevations
of Neuronal Anti-Oxidants

Maintaining intracellular anti-oxidant levels is of great impor-
tance for cells to reduce oxidative injury. In this study, we
evaluated intracellular oxidant ROS level, and anti-oxidants
GSH, and CAT to assess the anti-oxidative ability induced by
curcumin. The cells were divided into five groups as men-
tioned above. After 24-h treatments, compared with control
group, 10 μM Aβ increased intracellular ROS level (Fig. 5a,
b) and decreased intracellular GSH and CAT levels (P < 0.05),
1 μM curcumin reduced intracellular ROS level and restored
GSH and CAT activities (P < 0.05). The SOD2-siRNA
(P < 0.05), but not the SC-siRNA (P > 0.05), significantly re-
versed the curcumin-induced effects on intracellular ROS,
GSH, and CAT levels. These observations showed that
curcumin can reduce intracellular ROS andmaintain the redox
status in the HT22 cells exposed to Aβ, and the effects may be
mediated by SOD2 protein (Fig. 6).

Discussion

In the present study, we found Aβ exposure injured HT22
neuronal cells and induced mitochondrial dysfunction in the
cells, and curcumin treatment alleviated the Aβ-induced cell
injury and mitochondrial dysfunction. Downregulating SOD2
protein by using siRNA, however, significantly reversed the
neuroprotective effects induced by curcumin. These results
showed that SOD2 protein may mediate the curcumin-
induced protection against Aβ in neuronal cells (Fig. 6).

AD is a chronic neurodegenerative disorder, characterized
by selective and progressive neuron loss and dysfunction,
leading to memory loss and cognitive impairments ultimately
(Bature et al. 2017). With the development of population ag-
ing, an increasing number of people will suffer from the dis-
ease, bringing about heavy economic and medical lord for the
world (Quinn et al. 2018). Unfortunately, at least today, AD
could not be completely cured, and the severity of the disease
can just be alleviated. Some recent investigations showed that
cerebral over-accumulation of Aβ, especially the Aβ1–42
peptide, is considered to be the key factor, inducing neuron
loss in the brain of the AD patients (Bateman et al. 2012; Egan
et al. 2018). Therefore, reducing Aβ neurotoxicity is believed
to be an effective therapy in treating AD. In the present study,
we took Aβ1–42 peptide to damage HT22 neuronal cells, a
mouse hippocampal neuronal cell-line, to mimic Aβ-induced
neurotoxicity in AD. In fact, Aβ induces neuronal injury by
two main mechanisms. Firstly, over-accumulation of Aβ in

Fig. 2 Curcumin restored SOD2
expression and mitochondrial
functions in HT22 cells exposed
to Aβ. HT22 cells were divided
into five groups, including
control: cells were cultured in
normal medium; Aβ: cells were
exposed to 10 μM Aβ; and three
curcumin (Cur) treatment groups:
cells were exposed to the medium
containing 0.1 μM, 1 μM, or
5 μM curcumin plus 10 μM Aβ.
After 24-h treatment, SOD2 ex-
pression, mitochondrial mem-
brane potential (MMP), and mi-
tochondrial complex activities
were measured. a Curcumin re-
stored SOD2 expression (n = 4). b
Curcumin increased MMP level
(n = 8). c Curcumin increased
mitochondrial complex I activity
(n = 8). d Curcumin restored mi-
tochondrial complex II activity
(n = 8). *P < 0.05; NS no
significance
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Fig. 3 SOD2-siRNA reversed
curcumin-induced cytoprotection
and anti-apoptosis effects in
HT22 cells exposed to Aβ. The
HT22 cells were divided into
three groups, including normal
cultured control, SOD2-siRNA
group, and scrambled (SC)-
siRNA group; after 24-h treat-
ment, western blot was taken to
evaluate SOD2 protein expres-
sion. Then, the HT22 cells were
divided into five groups, includ-
ing the control, Aβ: cells were
exposed to 10 μM Aβ; Cur+Aβ:
cells were exposed to the medium
containing 1 μM curcumin and
10 μM Aβ; SOD2-siRNA+Cur+
Aβ: cells were exposed to SOD2-
siRNA for 24 h, and then exposed
to the medium containing 1 μM
curcumin and 10 μM Aβ; SC-
siRNA+Cur+Aβ: cells were ex-
posed to SC-siRNA for 24 h, and
then exposed to the medium con-
taining 1 μM curcumin and
10 μM Aβ; after 24-h treatment,
MTT, LDH release, and apoptosis
were evaluated. a SOD2-siRNA
reduced SOD2 expression (n = 3).
b SOD2-siRNA abolished
curcumin-induced enhancement
on cell viability (n = 8). c SOD2-
siRNA abolished curcumin-
induced inhibition on LDH re-
lease (n = 8). d Flow cytometry
results of curcumin-induced anti-
apoptotic effects. e SOD2-siRNA
abolished curcumin-induced ef-
fects on apoptosis rate (n = 6). e
SOD2-siRNA reversed
curcumin-induced decrease on
cleaved caspase-3 expression
(n = 4). *P < 0.05; NS no
significance
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Fig. 4 SOD2-siRNA reversed curcumin-induced ameliorations of mito-
chondrial functions in HT22 cells. HT22 cells were divided into five
groups, including the normal cultured control; Aβ: cells were exposed
to 10 μM Aβ; Cur+Aβ: cells were exposed to the medium containing
1 μM curcumin and 10 μM Aβ; SOD2-siRNA+Cur+Aβ: cells were
exposed to SOD2-siRNA for 24 h, and then exposed to the medium
containing 1 μM curcumin and 10 μM Aβ; and SC-siRNA+Cur+Aβ:
cells were exposed to scrambled (SC) siRNA for 24 h, and then exposed
to the medium containing 1 μM curcumin and 10 μM Aβ; after 24-h

treatment, mitochondrial complex I and II activities, membrane potential
(MMP), and superoxide were evaluated. a SOD2-siRNA abolished
curcumin-induced amelioration of mitochondrial complex I activity
(n = 8). b SOD2-siRNA abolished curcumin-induced amelioration of
mitochondrial complex II activity (n = 8). c Staining results of mitochon-
drial superoxide (red). d SOD2-siRNA abolished curcumin-induced in-
hibition of mitochondrial superoxide accumulation (n = 8). e SOD2-
siRNA reversed curcumin-induced amelioration of MMP (n = 8).
*P < 0.05; NS no significance; bar = 10 μm
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brain can activate glial cells, and the activated glial cells can
release pro-inflammatory cytokines to damage neurons, lead-
ing to neuronal inflammatory injury and death. Secondly, Aβ
can damage neuron directly, causing neuron injury, death, and
neurobiological dysfunction. Many studies showed that Aβ

can bring about oxidative injury to neurons (Xu et al. 2016).
High-level of Aβ can consume intracellular anti-oxidants, in-
cluding GSH, CAT, SOD2, and GSH reductase (Alberdi et al.
2018). Meanwhile, cell membrane, DNA, and cell organs,
including mitochondria, can be damaged. For this reason,

Fig. 6 SOD2 mediates curcumin-
induced protective effects on
HT22 cells exposed to Aβ. Aβ
exposure can induce oxidative
stress in neuronal cells, then cause
cell injury and mitochondrial
dysfunctions, leading to neuronal
injury ultimately. Curcumin can
increase mitochondrial SOD2
level in neuronal cells, and reduce
oxidative stress via upregulating
SOD2 expression in the cells,
then decrease cell injury and
ameliorate mitochondrial func-
tions, bringing about
neuroprotection

Fig. 5 SOD2-siRNA reversed curcumin-induced effects on intracellular
ROS, GSH, and CAT in HT22 cells. HT22 cells were divided into five
groups, including the normal cultured control; Aβ: cells were exposed to
10 μMAβ; Cur+Aβ: cells were exposed to the medium containing 1 μM
curcumin and 10μMAβ; SOD2-siRNA+Cur+Aβ: cells were exposed to
SOD2-siRNA for 24 h, and then exposed to the medium containing 1 μM
curcumin and 10 μM Aβ; and SC-siRNA+Cur+Aβ: cells were exposed
to scrambled (SC) siRNA for 24 h, and then exposed to the medium

containing 1 μM curcumin and 10 μM Aβ. After 24-h treatment, intra-
cellular reactive oxygen species (ROS), glutathione (GSH), and catalase
(CAT) were evaluated. a Fluorescence staining results of ROS (green). b
SOD2-siRNA abolished curcumin-induced intracellular ROS reduction
(n = 8). c SOD2-siRNA abolished curcumin-induced intracellular GSH
elevation (n = 8). d SOD2-siRNA abolished curcumin-induced intracel-
lular CAT elevation (n = 8). *P < 0.05; NS no significance; bar = 20 μm

J Mol Neurosci (2019) 67:540–549 547



modulating intracellular anti-oxidant level is an effective
method to reduce Aβ neurotoxicity.

Curcumin is a bioactive substance, derived from seasoning
curry and herbal Carcuma longa Linn. Pure curcumin is solid
powder with anti-tumor, anti-inflammation, anti-oxidative in-
jury, and reducing blood cholesterol abilities (Reddy et al.
2018; Zou et al. 2018). In this study, we observed that
curcumin treatment protected Aβ-induced injury to neuronal
cells, and restored SOD2 expression, intracellular GSH, and
CAT levels in the Aβ-treated neuronal cells. In addition,
curcumin also ameliorated mitochondrial functions in the
cells. These results showed that curcumin-induced neuropro-
tection may be via increasing intracellular anti-oxidants levels
and ameliorating mitochondrial functions. As SOD2 is mainly
expressed in mitochondria, and curcumin also increases mito-
chondrial functions; we tested the role of SOD2 in curcumin-
induced protective effects of this study. In fact, the SOD fam-
ily includes SOD1–3, except for SOD2; SOD1 is observed in
the cytoplasm, and SOD3 is found in extracellular matrix
(Nguyen et al. 2018). Mitochondrial functions were improved
in the presence of curcumin in this study; therefore, we inves-
tigated SOD2, but not SOD1 nor SOD3. We found that
SOD2-siRNA downregulated SOD2 expression, and reversed
curcumin-induced neuroprotection and amelioration of mito-
chondrial functions, indicating that the curcumin-induced ef-
fects above may probably been mediated by SOD2 protein. In
the pathogenesis of AD, mitochondrial dysfunction is also
observed. High-Aβ accumulation can inhibit mitochondrial
biogenesis and reduce the mitochondrial number in neuronal
cells, so the energy generated by the mitochondria may be
decreased (Reddy et al. 2018). Mitochondria are an energy
factory of cells, which can generate ATP for cellular activities.
In fact, moderate MMP level and mitochondrial complex ac-
tivities are vital indicators, reflecting mitochondrial ability of
producing enough energy (Ma et al. 2018). In the present
study, we found that curcumin treatment restored MMP, mi-
tochondrial complex I and II activities, indicating curcumin
can restore mitochondrial functions in Aβ-treated neuronal
cells.

In an in vitro investigation of astrocyte, curcumin exposure
can increase SOD2 protein expression via the adenosine
monophosphate–activated protein kinase (AMPK) signaling
pathway (Qin et al. 2018). Another investigation showed that
curcumin can increase SOD2 protein expression and improve
mitochondrial function in human hepatoma cells via sirtuin 3
(Gounden and Chuturgoon 2017). And, it is also reported that
curcumin can increase SOD2 transcription level and activity
via peroxisome proliferator-activated receptor-γ coactivator-
1α (PGC-1α) in hepatic stellate cells in vitro (Zhai et al.
2015). By increasing intracellular anti-oxidants, cells can
maintain the intracellular redox status, reduce oxidative stress
injury, and protect cell organs, such as mitochondria.
However, it has not been reported that SOD2 mediates

curcumin-induced protection against Aβ in neuronal cells,
which was discovered in the present study. In addition, several
investigations showed that curcumin can promote the cerebral
Aβ disaggregation and prevent aggregation of new amyloid
(Yang et al. 2005). And, another study showed that curcumin
can enhance the uptake of Aβ by macrophages in AD patients
to reduce cerebral Aβ level (Fiala et al. 2007). These obser-
vations indicated that curcumin-induced protection against
Aβ may include several mechanisms, not just reducing the
Aβ neurotoxicity in neuronal cells. Our findings of this study
explained, to some extent, the neuroprotective mechanism of
curcumin in Aβ-treated neuronal cells. However, there are
still some limitations in this study. First, this study was
in vitro; therefore, the findings of this study should be verified
in vivo and in clinical trials. Second, we just investigated
SOD2 in curcumin-induced protection against Aβ in neuronal
cells, whether SOD1 or SOD3 plays a role in curcumin-
induced bioactivities against AD is still unknown.

In conclusion, in the present study, we found that curcumin
can reduce Aβ-induced oxidative injury in HT22 cells, and
SOD2 may mediate the neuroprotection.
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