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Hyperglycemia aggravates decrease in alpha-synuclein expression 
in a middle cerebral artery occlusion model
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Hyperglycemia is one of the major risk factors for stroke. Hyperglycemia can lead to a more extensive
infarct volume, aggravate neuronal damage after cerebral ischemia. α-Synuclein is especially abundant in
neuronal tissue, where it underlies the etiopathology of several neurodegenerative diseases. This study
investigated whether hyperglycemic conditions regulate the expression of α-synuclein in middle cerebral
artery occlusion (MCAO)-induced cerebral ischemic injury. Male Sprague-Dawley rats were treated with
streptozotocin (40 mg/kg) via intraperitoneal injection to induce hyperglycemic conditions. MCAO were
performed four weeks after streptozotocin injection to induce focal cerebral ischemia, and cerebral cortex
tissues were obtained 24 hours after MCAO. We confirmed that MCAO induced neurological functional
deficits and cerebral infarction, and these changes were more extensive in diabetic animals compared to
non-diabetic animals. Moreover, we identified a decrease in α-synuclein after MCAO injury. Diabetic
animals showed a more serious decrease in α-synuclein than non-diabetic animals. Western blot and
reverse-transcription PCR analyses confirmed more extensive decreases in α-synuclein expression in
MCAO-injured animals with diabetic condition than these of non-diabetic animals. It is accepted that α-
synuclein modulates neuronal cell death and exerts a neuroprotective effect. Thus, the results of this
study suggest that hyperglycemic conditions cause more serious brain damage in ischemic brain injuries
by decreasing α-synuclein expression.
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Ischemic stroke is one of most dangerous neurological

diseases and is associated with high mortality and

morbidity [1]. The oxidative stress in ischemic stroke

play a critical role in the progression of brain tissue

injury [2,3]. Reactive oxygen species (ROS) can bind to

membrane phospholipids and lead to formation of lipid

peroxidation products [4,5]. When lipid peroxidation

occurs in neurons, they cause changes in cell permeability,

fluidity, ion transportation, and metabolism, leading to

neuronal cell damage [6]. In addition, mitochondrial

damage caused by lipid peroxidation induces more ROS

production, further intensifying oxidative stress [7].

Also, controlling lipid peroxidation in brain ischemia

can alleviate nerve damage [8,9]. The synuclein family

consists of three proteins: α-, β-, and γ-synuclein.

Among these proteins, α-synuclein exists abundantly in

neuronal tissue, is especially expressed in presynaptic

terminals, and contributes to formation of synaptic
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vesicles [10]. α-Synuclein inhibits lipid oxidation by

binding to lipid membranes, and four of its methionine

residues are vulnerable to oxidation to sulfoxide by

hydrogen peroxide [11]. Thus, α-synuclein plays an

essential role in the regulation of membrane stability.

Expression change of α-synuclein occurs in neuronal

diseases such as Parkinson’s disease, Alzheimer’s disease,

and traumatic brain injury [12-14]. α-Synuclein induces

pathological changes such as neuronal dystrophy and

axonal swelling by forming Lewy bodies and Lewy

neurites in nerve cells, which eventually lead to the

neuronal cell death [15]. Importantly, α-Synuclein

mediates lipid peroxidation in neuronal cells, and lipid

peroxidation contributes to ischemic injury.

Hyperglycemia leads to diabetes mellitus. Diabetes

mellitus is associated with a high risk of mortality, and

a high incidence rate of diabetes is seen after stroke [16].

Diabetes aggravates neuronal dysfunction and damage

associated with stroke by activating apoptosis-related

proteins following cerebral ischemia [17]. Diabetes

causes a more extensive infarct volume after stroke than

that seen under normoglycemic conditions [17,18]. The

degrees of neuronal destruction and deficit during

cerebral ischemia are more serious in diabetes compared

to normal glycemic conditions [17-20]. We hypothesized

that there are changes in α-synuclein expression in

cerebral ischemic injury under diabetic conditions. We

previously reported a decrease in α-synuclein expression

in middle cerebral artery occlusion (MCAO)-induced

cerebral ischemia [21]. Thus, we speculated that a more

severe decrease would occur in a stroke model under

diabetic conditions. The aim of this study was to elucidate

whether diabetes modulates α-synuclein expression in

cerebral ischemic injury.

Materials and Methods

Experimental animals

We purchased male Sprague-Dawley rats (200-220 g,

n=64) from Samtako Co. (Animal Breeding Center,

Osan, Korea). Animals were divided into four groups:

non-diabetic + sham, diabetic + sham, non-diabetic +

MCAO, and diabetic + MCAO. Streptozotocin (40 mg/

kg, Sigma, St. Louis, MO, USA, dissolved in 0.1 mM

citrate buffer pH 4.2) was given intraperitoneally to

induce diabetes [22,23]. Citrate buffer was injected to

non-diabetic animals as a vehicle. Fasting blood glucose

levels were obtained by Accu-Chek sensor (Roche,

Mannheim, Germany). A fasting blood glucose level of

>300 mg/dL was considered as diabetic as compared to

normal <100 mg/dL. Animals were kept under controlled

light (12 hours light/12 hours dark cycle) and temperature

(25ºC). Experimental procedures on animals were

carried out according to the approved guidelines of the

Institutional Animal Care and Use Committee of

Gyeongsang National University. Blood glucose and

body weight were measured before MCAO surgical

operation.

Middle cerebral artery occlusion

Focal cerebral ischemia was induced by a MCAO

surgical operation as a previously described method at 4

weeks after streptozotocin injection [24]. Zoletil (50 mg/

kg; Virbac, Carros, France) was used as an anesthetic

agent and was given by an intramuscular injection.

Surgical process was carried out on the heating pad to

maintain a constant body temperature of the experimental

animals. The midline portion of the ventral neck skin

was incised to expose blood vessels for surgical

procedure. After incision, right common carotid artery

(CCA), internal carotid artery (ICA) and external carotid

artery (ECA) was separated from surrounding nerves

and muscle tissues. Subsequently, occipital, superior

thyroid and pterygopalatine artery was exposed, ligated

permanently and cut. The right CCA was temporarily

blocked with a micro-vascular clip and right ECA was

ligated permanently. The right ECA was cut and small

incision was made. A blunt end of the 4/0 monofilament

was inserted through the incision of the ECA and

occluded the middle cerebral artery. After occlusion,

inserted monofilament nylon suture was fixed by ligation

with ECA and skin incision was sutured with 3/0 black

silk. Animals were sacrificed and brain tissue was

isolated at 24 hours after the start of the occlusion.

Animals with same surgical process except insertion of

nylon is consider as sham-operated animals. Animals

with following conditions were excluded from the study:

failed to wake up from anesthesia, died within 24 hours

after surgery. In this study, 2 animals in the non-diabetic

+ MCAO group and 3 animals in the diabetic + MCAO

group were excluded due to MCAO failure.

Neurological functional test

Neurological functional test was performed on a 5

point scale after MCAO operation as follows: normal

behavior with no observed neurological disorders (deficit
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grade 0), when pulled up by the tail, the forelimb of the

contralateral side extended incompletely (deficit grade

1), circling is observed on the contralateral side and

normal posture when there is no movement (deficit

grade 2), leaning or lying on contralateral side when

there is no movement (deficit grade 3), flaccid paralysis

with no spontaneous movement (deficit grade 4).

2,3,5-Triphenyltetrazolium chloride (TTC) staining

Whole brains were extracted after 24 h of MCAO

surgery, placed on steel brain matrix (Ted Pella, Redding,

CA, USA), and sliced from the frontal pole by coronal

section at 2 mm-thickness. Sliced brain tissues were

immersed with 2% triphenyltetrazolium chloride (TTC)

for 20 min at 37oC. The intact brain areas were stained

as red color while infarcted brain areas were unstained

as white color. Brain tissues were fixed in 10% buffered

formalin and tissue images were obtained by Agfar

ARCUS 1200TM (AgfarGevaert, Mortsel, Belgium). The

infarcted area volume was measured by Image-ProPlus

4.0 software (Media Cybernetics, Silver Spring, MD,

USA).and results were expressed as a percentage of

infarcted area/total hemisphere area.

Two-dimensional gel electrophoresis

Proteomic analysis was performed according to a

previously described method [25]. Right cerebral cortex

tissues were homogenized in lysis buffer (8 M urea, 4%

CHAPS, ampholytes, 40 mM Tris-HCl). After centrifugation

at 16,000×g for 30 min at 4ºC, supernatant was collected

and proteins were precipitated with 10% trichloroacetic

acid. Precipitated proteins were pelleted by centrifugation

and washed with 1 M Tris-HCl (pH 7.6) and dried for

1 hour. Lysis buffer was added to dried pellets and total

protein concentrations were measured using Bradford

protein assay kits (Bio-Rad, Hercules, CA, USA)

according to the manufacturer’s protocol. Immobilized

pH gradient (IPG) gel strips (pH 4-7 and pH 6-9, 17 cm,

Bio-Rad) were reacted in rehydration solution (8 M urea,

2% CHAPS, 20 mM DTT, 0.5% IPG buffer, and

bromophenol blue) for 13 hours at room temperature.

Protein samples (50 µg) were loaded onto IPG strips

using a sample cup and isoelectric focusing was carried

out using an Ettan IPGphor 3 (GE Healthcare, Uppsala,

Sweden) at 250 V (15 min), 10,000 V (3 hours), and then

10,000-50,000 V. After the first dimension, strips were

reacted with equilibration buffer (6 M urea, 30% glycerol,

2% sodium dodecyl sulfate, 50 mM Tris-HCl, bromophenol

blue) with 1% DTT for 10 min. Strips were loaded on

7.5-17.5% gradient gels and second-dimension electro-

phoresis was performed at 10ºC using electrophoresis

equipment (Protein-II XI, Bio-Rad) at 5 mA for 2 hours.

Loading was continued at 10 mA until the bromophenol

blue dye reached the bottom of the gel.

Silver staining, image analysis and protein identification

After electrophoresis, gels were incubated in fixing

solution (12% acetic acid in 50% methanol) for 2 hours

and washed two times with 50% ethanol for 20 min

each. Gels were sensitized with 0.02% sodium thiosulfate

for 1 min and rinsed with distilled water three times for

3 min. Sensitized gels were stained with silver stain

solution (0.2% silver nitrate, 0.75 mL/L formaldehyde)

for 20 min and washed with distilled water twice times

for 1 min. Gels were reacted in developing solution (2%

sodium carbonate, 0.5 mL/L formaldehyde) until protein

spots were visible. Stained gels were scanned using an

Agfar ARCUS 1200TM (Agfar-Gevaert, Mortsel, Belgium)

and images were analyzed using PDQuest 2-DE analysis

software (Bio-Rad). Protein spots were cut from stained

gels and prepared for MALDI-TOF. Gel spots were

dehydrated with 50 mM ammonium bicarbonate and

acetonitrile, dried by vacuum centrifuge for 20 min.

Protein particles were incubated with reduction solution

at 56ºC for 45 min and alkylation solution (55 mM

iodoacetamide in 0.1 M ammonium bicarbonate) for

30 min. Dried gel spots were incubated with digestion

solution (12.5 ng/mL trypsin, 0.1% octyl beta-D

glycopyranside in 50 mM ammonium bicarbonate) at

37ºC overnight. Proteins were collected by extraction

buffer (1% trifluoroacetic acid in 66% acetonitrile) and

dehydrated for 2 hours by vacuum centrifuge. Nitrocellulose

(20 mg/mL) was dissolved into acetone and isopropanol

was added at the same volume as acetone. Nitrocellulose

solution and alpha-cyano-4-hydroxycinnamic acid solution

were mixed at 1:4. Calibrants were added to the matrix

solution and dried proteins were dissolved in matrix

solution by pipetting. Samples were loaded on matrix

associated laser desorption ionization-time of flight mass

spectrometry (MALDI-TOF) plates. MALDI-TOF used

a Voyager-DETM STR biospectrometry workstation

(Applied Biosystem, Foster City, CA, USA) and peaks

were analyzed by the MS-Fit and ProFound programs.

SWISS-PROT and NCBI were the protein sequence

databases.



198 Ju-Bin Kang et al.

Lab Anim Res | December, 2018 | Vol. 34, No. 4

Western blots

Protein of cerebral cortex was extracted by homo-

genization with lysis buffer [1% Triton X-100 and 1 mM

EDTA in PBS (pH 7.4)] containing 200 µM phenyl-

methylsulfonyl fluoride. Homogenate were centrifuged

at 15,000×g, 4oC for 1 hour and supernatants were

isolated. The concentrations of total proteins were

measured with a bicinchoninic acid protein assay kit

(Pierce, Rockford, IL, USA). Extracted total proteins

were loaded equal amount (30 μg) per lane and electro-

phoresed on 10% sodium dodecyl sulfate-polyacrylamide

(SDS-PAGE) gel. Subsequently, separated proteins were

blotted on polyvinylidene difluoride membrane (Millipore,

Billerica, MA, USA) and membranes were blocked by

5% skim milk in order to block non-specific reaction.

After blocking, membranes were washed with tris-

buffered saline containing 0.1% Tween-20 (TBST) and

incubated with following primary antibodies: anti-α-

synuclein (1:1,000, BD Biosciences, San Jose, CA,

USA) and anti-β-actin (1:1,000, Santa Cruz Biotechnology,

Santa Cruz, CA, USA) for an overnight at 4oC. Membranes

were washed with TBST to remove the unreacted primary

antibody and incubated with horseradish peroxidase-

conjugated anti-mouse IgG (1:5,000, Cell Signaling

Technology, Beverly, MA, USA) for 2 hours at room

temperature. Membranes were washed with TBST and

finally reacted with by enhanced chemiluminescence

(ECL) Western blot analysis system (Amersham

Pharmacia Biotech, Piscataway, NJ, USA) according to

the manufacturer’s protocol. Signal of reaction was

visualized on X-ray film (Fuji Film, Tokyo, Japan). Band

signals were quantified as optical density value using

Image J software and intensity of the band signal was

expressed as a ratio, intensity to the β-actin signal.

Reverse-transcription PCR

Cerebral cortex tissues were homogenized with Trizol

Reagent (Life Technologies, Rockville, MD, USA).

Total RNA extraction from tissue homogenates was

carried out by centrifugation at 13,000×g for 20 min at

4oC in combined with additional chloroform extraction

protocol and 70% ethanol washing step. The extracted

RNA samples were dissolved in RNase-free water and

subjected to spectrophotometric analysis at a wavelength

of 260 nm to measure the RNA concentration. The

quantified RNA sample was used to synthesize first-

strand cDNA at 500 ng. The reverse-transcript reaction

was carried out using the Superscript III first strand

system (Invitrogen, Carlsbad, CA, USA) by the

manufacturer’s recommended protocol. PCR was

performed to amplify the target sequence through the

prepared cDNA by using AccuPower® PCR PreMix

(Bioneer, Daejeon, Korea) and a primer with the

following sequences for target gene detection: 5'-

TGCTGTGGATATTGTTGTGG-3' (forward primer) and

5'-AGGTGCATAGTCTCATGCTC-3' (reverse primer)

for α-synuclein, 5'-TTGCTACCCTAACCTTGACC-3'

(forward primer) and 5'-TCCCGTTCGACTTTCTTTT-

3' (reverse primer) for β-actin. PCR conditions were as

follows: initial denaturation for 5 min at 94oC; 30 cycles

of 30 sec at 94oC, 30 sec at 54°C, and 1 min at 72oC; and

final extension for 10 min at 72oC. PCR products were

then mixed with Loading STAR (Dyne bio, Sungnam,

Korea) and loaded on 1% agarose in tris acetate-EDTA

buffer. The loaded PCR products were visualized by UV

light and captured.

Data analysis

The experimental data are expressed as the mean±

S.E.M. The intensity analysis was performed using

SigmaGel 1.0 (Jandel Scientific, San Rafael, CA, USA)

and SigmaPlot 4.0 (SPSS Inc., Point Richmond, CA,

USA). The results for each group were compared with

two-way analysis of variance (ANOVA) followed by a

post-hoc Scheffe’s test. Differences were considered

statistically significant at P<0.05.

Results

We confirmed the hyperglycemic condition in strepto-

zotocin-treated animals. Blood glucose level was 103.7

±2.5 and 319.6±21.5 mg/dL in non-diabetic + MCAO

and diabetic + MCAO animals, respectively. We showed

that diabetic animals have a lower body weight compared

to non-diabetic animals with vehicle treatment. Body

weight was 328.3±21.7 and 183.6±22.5 g in non-diabetic

+ MCAO and diabetic + MCAO animals, respectively

(Figure 1A). Moreover, we confirmed that MCAO leads

to neurological functional deficits. Neurological deficits

score was a higher in diabetic + MCAO animals than

that of non-diabetic + MCAO animals (Figure 1B). The

results of TTC staining showed the degree of infarction

in each group. MCAO injury caused cerebral infarction

in both non-diabetic and diabetic animals. MCAO

animals with diabetes had a more extensive infarct

volume compared to MCAO animals without diabetes
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(Figure 1C). Infarct volume was 23.45±2.15 and 34.65

±2.25% in non-diabetic + MCAO and diabetic + MCAO

animals, respectively (Figure 1D).

Using proteomics, we identified a decrease in α-

synuclein expression in MCAO-injury animals. MCAO

animals with diabetes had an extensive decrease in α-

synuclein expression compared to non-diabetic + MCAO

animals. However, α-synuclein expression was similar

between sham-operated animals regardless of the presence

of diabetic conditions. α-synuclein level in each group

was analyzed in relation to the intensity of non-diabetic

+ sham. α-synuclein level was 0.71±0.03 in non-diabetic

+ MCAO animals and 0.29±0.02 in diabetic + MCAO

animals, respectively (Figure 2). Western blot analysis

demonstrated that the protein level of α-synuclein was

decreased in both groups of MCAO-injured animals,

regardless of blood glucose level. Diabetic animals with

MCAO injury showed greater decreases in α-synuclein

expression than non-diabetic animals with MCAO injury

(Figure 3A). The protein levels are represented as the

ratio relative to the intensity of the α-synuclein band to

that of the actin band. α-Synuclein protein level was

0.58±0.02 and 0.32±0.03 in non-diabetic and diabetic

animals with MCAO injury, respectively (Figure 3B).

Moreover, reverse transcription PCR analysis also

showed that α-synuclein transcript level was decreased

in the cerebral cortex of MCAO-injury animals, and we

observed a greater decrease in diabetic MCAO animals

compared to non-diabetic MCAO animals (Figure 4A).

α-Synuclein level was 0.68±0.03 in non-diabetic + MCAO

animals and 0.21±0.02 in diabetic + MCAO animals

(Figure 4B).

Figure 1. Body weight (A), neurobehavioral scores (B) and representative photographs of TTC staining (C) in the cerebral cortices
of non-diabetic + sham, diabetic + sham, non-diabetic + middle cerebral artery occlusion (MCAO), and diabetic + MCAO animals.
The intact area is shown in red, while the ischemic area is in white. The percentage of ischemic lesion area was calculated as the
ratio of the infarction area to the whole section area (D). Data (n=4) are shown as mean ± SEM. *P<0.05.
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Discussion

Diabetes significantly aggravates cerebral ischemic

injury-induced neurological deficits and infarction.

Moreover, diabetes exacerbates brain damage through

activation of neuronal apoptosis and necrosis [17,18]. In

this study, we confirmed that diabetes causes worse

outcomes after MCAO injury than those associated with

cerebral ischemia alone under normoglycemic conditions.

Streptozotocin is the most common research agent that

leads to high blood glucose level, ultimately causing

diabetes. Streptozotocin treatment has been reported to

markedly increase vascular density and blood-brain

barrier leakage after stroke [26]. Moreover, many

apoptotic proteins and inflammatory-related proteins are

activated by streptozotocin treatment after ischemic

stroke [26,27]. Our results corresponded to data from

previous studies on streptozotocin treatment-induced

diabetes.

α-Synuclein is mainly expressed in brain tissue, where

it is localized at the presynaptic terminals of neurons and

is involved in regulation of synaptic vesicles and

inhibition of lipid peroxidation [10,11]. Lipid peroxidation

caused by ROS can lead to cell damage. Thus, lipid

peroxidation is a critical event in the pathogenic process

during focal cerebral ischemia. Lipid peroxidation in

neuronal cells can be regulated by α-synuclein. α-

Synuclein aggregates in the form of a toxic beta sheet

that form ROS which ultimately leads to lipid peroxidation

in neuronal cells [28]. Metabolites such as 4-hydroxy-2-

nonenal produced through the lipid peroxidation reaction

interact with α-synuclein to induce the formation of

toxic α-synuclein oligomer [29,30]. Our previous study

demonstrated that MCAO-injury leads to a reduction in α-

synuclein expression [21]. The results of this study

confirmed this decrease. Moreover, we identified a

significant decrease in α-synuclein expression in diabetic

Figure 3. Western blot analysis of α-synuclein expression in
the cerebral cortices of non-diabetic + sham, diabetic + sham,
non-diabetic + MCAO, and diabetic + MCAO animals. Each
lane represents an individual animal. Densitometric analysis is
represented as a ratio of these protein intensities to actin
intensity. Data (n=4) are shown as mean±SEM. *P<0.05.

Figure 2. A proteomic analysis of α-synuclein expression in the
cerebral cortices of non-diabetic + sham, diabetic + sham, non-
diabetic + MCAO, and diabetic + MCAO animals. Circles
indicate α-synuclein proteins spots. Mw and pI indicate
molecular weight and isoelectrical point, respectively. Spot
intensities were measured by PDQuest software. The spot
intensities are reported as a ratio relative to those of non-
diabetic + sham animals. Data (n=4) are shown as mean ±
SEM. *P<0.05.
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MCAO-injured animals using a proteomic study.

Western blot and reverse-transcription PCR analyses

also confirmed that hyperglycemic conditions induce a

greater reduction in α-synuclein expression compared to

that seen in normoglycemic animals after MCAO.

Abnormal expression of the α-synuclein gene is involved

in some cases of neurodegenerative disorders, such as

Alzheimer’s disease and Parkinson’s disease [31,32].

Overexpression of wild-type α-synuclein has been shown

to delay neuronal cell death caused by serum deprivation

or hydrogen peroxide [33]. α-Synuclein also prevented

reduction in glutathione level after serum withdrawal.

However, mutant α-synuclein increases lipid peroxidation

and accelerates cell death in response to various insults

[33]. Glutathione exhibits an anti-oxidative effect and

protects cells from toxins, such as lipid peroxides and

free radicals [34]. α-Synuclein contributes to regulation

of glutathione expression and inhibition of lipid

peroxidation, consequently prevents cell death caused by

ROS [34]. The results of this study showed a greater

decrease in α-synuclein expression after cerebral ischemia

in diabetic animals than in non-diabetic animals. Decreases

in α-synuclein have been shown to contribute to lipid

peroxidation and neuronal cell death. This study showed

that diabetes exacerbates decrease of α-synuclein after

ischemic brain injury compared to that of after injury

under normal glycemic conditions. Although further

study is needed to elucidate the protective mechanism of

α-synuclein under diabetic conditions, these results

suggest that diabetic condition leads to an excessive

decline of α-synuclein in focal cerebral ischemia,

consequently a reduction of α-synuclein cause more

extensive brain damage in ischemic injury with diabetes.

Acknowledgments

This research was supported by the National Research

Foundation of Korea (NRF) grant funded by the Korea

government (MEST)(NRF-2018R1D1A1B07044074).

Conflict of interests The authors declare that there is

no financial conflict of interests to publish these results.

References

1. Donnan GA, Fisher M, Macleod M, Davis SM. Stroke. Lancet
2008; 371(9624): 1612-1623.

2. Jiang YF, Liu ZQ, Cui W, Zhang WT, Gong JP, Wang XM, Zhang
Y, Yang MJ. Antioxidant effect of salvianolic acid B on
hippocampal CA1 neurons in mice with cerebral ischemia and
reperfusion injury. Chin J Integr Med 2015; 21(7): 516-522.

3. Chen H, Yoshioka H, Kim GS, Jung JE, Okami N, Sakata H,
Maier CM, Narasimhan P, Goeders CE, Chan PH. Oxidative
stress in ischemic brain damage: mechanisms of cell death and
potential molecular targets for neuroprotection. Antioxid Redox
Signal 2011; 14(8): 1505-1517.

4. Kleikers PW, Wingler K, Hermans JJ, Diebold I, Altenhöfer S,
Radermacher KA, Janssen B, Görlach A, Schmidt HH. NADPH
oxidases as a source of oxidative stress and molecular target in
ischemia/reperfusion injury. J Mol Med (Berl) 2012; 90(12):
1391-1406.

5. Lee WC, Wong HY, Chai YY, Shi CW, Amino N, Kikuchi S,
Huang SH. Lipid peroxidation dysregulation in ischemic stroke:
plasma 4-HNE as a potential biomarker? Biochem Biophys Res
Commun 2012; 425(4): 842-847.

6. Nigam S, Schewe T. Phospholipase A(2)s and lipid peroxidation.
Biochim Biophys Acta 2000; 1488(1-2): 167-181.

7. Green DR, Reed JC. Mitochondria and apoptosis. Science 1998;
281(5381):1309-1312.

8. Kuribayashi Y, Yoshida K, Sakaue T, Okumura A. In vitro studies
on the influence of L-ascorbic acid 2-[3,4-dihydro- 2,5,7,8-
tetramethyl-2-(4,8,12-trimethyltridecyl)-2H-1-benzopyran-6yl-hy
drogen phosphate] potassium salt on lipid peroxidation and
phospholipase A2 activity. Arzneimittelforschung 1992; 42(9):
1072-1074.

9. Block F, Kunkel M, Sontag KH. Posttreatment with EPC-K1, an
inhibitor of lipid peroxidation and of phospholipase A2 activity,
reduces functional deficits after global ischemia in rats. Brain Res
Bull 1995; 36(3): 257-260.

Figure 4. Reverse transcription PCR analysis of α-synuclein
expression in the cerebral cortices of non-diabetic + sham,
diabetic + sham, non-diabetic + MCAO, and diabetic + MCAO
animals. Each lane represents an individual animal. The band
intensity of the RT-PCR product was normalized to that of the
actin product. Data (n=4) are shown as mean±SEM. *P<0.05.



202 Ju-Bin Kang et al.

Lab Anim Res | December, 2018 | Vol. 34, No. 4

10. Sidhu A, Wersinger C, Vernier P. Does alpha-synuclein modulate
dopaminergic synaptic content and tone at the synapse? FASEB J
2004; 18(6): 637-647.

11. Zhu M, Qin ZJ, Hu D, Munishkina LA, Fink AL. Alpha-synuclein
can function as an antioxidant preventing oxidation of unsaturated
lipid in vesicles. Biochemistry 2006; 45(26): 8135-8142.

12. Volpicelli-Daley LA, Luk KC, Patel TP, Tanik SA, Riddle DM,
Stieber A, Meaney DF, Trojanowski JQ, Lee VM. Exogenous α-
synuclein fibrils induce Lewy body pathology leading to synaptic
dysfunction and neuron death. Neuron 2011; 72(1): 57-71.

13. Luk KC, Kehm V, Carroll J, Zhang B, O'Brien P, Trojanowski JQ,
Lee VM. Pathological α-synuclein transmission initiates Parkinson-
like neurodegeneration in nontransgenic mice. Science 2012;
338(6109): 949-953.

14. Makoto H, Eliezer M. Alpha-synuclein in Lewy Body Disease
and Alzheimer's Disease. Brain Pathol 1999; 9: 707-720.

15. Newell KL, Boyer P, Gomez-Tortosa E, Hobbs W, Hedley-Whyte
ET, Vonsattel JP, Hyman BT. Alpha-synuclein immunoreactivity
is present in axonal swellings in neuroaxonal dystrophy and acute
traumatic brain injury. J Neuropathol Exp Neurol 1999; 58(12):
1263-1268.

16. Capes SE, Hunt D, Malmberg K, Pathak P, Gerstein HC. Stress
hyperglycemia and prognosis of stroke in nondiabetic and diabetic
patients: a systematic overview. Stroke 2001; 32(10): 2426-2432.

17. Li ZG, Britton M, Sima AA, Dunbar JC. Diabetes enhances
apoptosis induced by cerebral ischemia. Life Sci 2004; 76(3):
249-262.

18. Rizk NN, Rafols J, Dunbar JC. Cerebral ischemia induced
apoptosis and necrosis in normal and diabetic rats. Brain Res
2005; 1053(1-2): 1-9.

19. Dietrich WD, Alonso O, Busto R. Moderate hyperglycemia
worsens acute blood-brain barrier injury after forebrain ischemia
in rats. Stroke 1993; 24(1): 111-116.

20. Bruno A, Liebeskind D, Hao Q, Raychev R; UCLA Stroke
Investigators. Diabetes mellitus, acute hyperglycemia, and
ischemic stroke. Curr Treat Options Neurol 2010; 12(6): 492-503.

21. Koh PO. Cerebral ischemic injury decreases α-synuclein
expression in brain tissue and glutamate-exposed HT22 cells. Lab
Anim Res 2017; 33(3): 244-250.

22. Tancrède G, Rousseau-Migneron S, Nadeau A. Long-term
changes in the diabetic state induced by different doses of
streptozotocin in rats. Br J Exp Pathol 1983; 64(2): 117-123.

23. Ezquer M, Urzua CA, Montecino S, Leal K, Conget P, Ezquer F.
Intravitreal administration of multipotent mesenchymal stromal
cells triggers a cytoprotective microenvironment in the retina of
diabetic mice. Stem Cell Res Ther 2016; 7: 42.

24. Longa EZ, Weinstein PR, Carlson S, Cummins R. Reversible
middle cerebral artery occlusion without craniectomy in rats.
Stroke 1989; 20(1): 84-91.

25. Shah FA, Park DJ, Koh PO. Identification of Proteins
Differentially Expressed by Quercetin Treatment in a Middle
Cerebral Artery Occlusion Model: A Proteomics Approach.
Neurochem Res 2018; 43: 1608-1623.

26. Ye X, Chopp M, Cui X, Zacharek A, Cui Y, Yan T, Shehadah A,
Roberts C, Liu X, Lu M, Chen J. Niaspan enhances vascular
remodeling after stroke in type 1 diabetic rats. Exp Neurol 2011;
232(2): 299-308.

27. Ning R, Chopp M, Zacharek A, Yan T, Zhang C, Roberts C, Lu
M, Chen J. Neamine induces neuroprotection after acute ischemic
stroke in type one diabetic rats. Neuroscience 2014; 257: 76-85.

28. Alessandri JM, Guesnet P, Vancassel S, Astorg P, Denis I,
Langelier B, Aïd S, Poumès-Ballihaut C, Champeil-Potokar G,
Lavialle M. Polyunsaturated fatty acids in the central nervous
system: evolution of concepts and nutritional implications
throughout life. Reprod Nutr Dev 2004; 44(6): 509-538.

29. Sharon R, Bar-Joseph I, Frosch MP, Walsh DM, Hamilton JA,
Selkoe DJ. The formation of highly soluble oligomers of alpha-
synuclein is regulated by fatty acids and enhanced in Parkinson's
disease. Neuron 2003; 37(4): 583-595.

30. Qin Z, Hu D, Han S, Reaney SH, Di Monte DA, Fink AL. Effect
of 4-hydroxy-2-nonenal modification on alpha-synuclein aggregation. J
Biol Chem 2007; 282(8): 5862-5870.

31. Kaplan B, Ratner V, Haas E. Alpha-synuclein: its biological
function and role in neurodegenerative diseases. J Mol Neurosci
2003; 20(2): 83-92.

32. Ma QL, Chan P, Yoshii M, Uéda K. Alpha-synuclein aggregation
and neurodegenerative diseases. J Alzheimers Dis 2003; 5(2):
139-148.

33. Lee M, Hyun D, Halliwell B, Jenner P. Effect of the
overexpression of wild-type or mutant alpha-synuclein on cell
susceptibility to insult. J Neurochem 2001; 76(4): 998-1009.

34. Pompella A, Visvikis A, Paolicchi A, De Tata V, Casini AF. The
changing faces of glutathione, a cellular protagonist. Biochem
Pharmacol 2003; 66(8): 1499-1503.


