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Melittin restores proteasome function
in an animal model of ALS
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Abstract

neuro-inflammation.

effects.

ALS animal model.

Amyotrophic lateral sclerosis (ALS) is a paralyzing disorder characterized by the progressive degeneration and
death of motor neurons and occurs both as a sporadic and familial disease. Mutant SOD1 (mtSOD1) in motor
neurons induces vulnerability to the disease through protein misfolding, mitochondrial dysfunction, oxidative
damage, cytoskeletal abnormalities, defective axonal transport- and growth factor signaling, excitotoxicity, and

Melittin is a 26 amino acid protein and is one of the components of bee venom which is used in traditional
Chinese medicine to inhibit of cancer cell proliferation and is known to have anti-inflammatory and anti-arthritic

The purpose of the present study was to determine if melittin could suppress motor neuron loss and protein
misfolding in the hSOD1°%** mouse, which is commonly used as a model for inherited ALS. Meltittin was injected
at the "ZuSanLi’ (ST36) acupuncture point in the hSOD1%7*A animal model. Melittin-treated animals showed a
decrease in the number of microglia and in the expression level of phospho-p38 in the spinal cord and brainstem.
Interestingly, melittin treatment in symptomatic ALS animals improved motor function and reduced the level of
neuron death in the spinal cord when compared to the control group. Furthermore, we found increased of
a-synuclein modifications, such as phosphorylation or nitration, in both the brainstem and spinal cord in
hSOD1°%** mice. However, melittin treatment reduced a-synuclein misfolding and restored the proteasomal
activity in the brainstem and spinal cord of symptomatic hSOD1%?** transgenic mice.

Our research suggests a potential functional link between melittin and the inhibition of neuroinflammation in an
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Background

Amyotrophic lateral sclerosis (ALS) is a rapidly progres-
sing and invariably lethal neurodegenerative disease
caused by the selective death of lower neurons in the
spinal cord and upper motor neurons, and resulting in
the paralysis of voluntary muscles [1]. The familial and
sporadic forms of the disease are clinically indistinguish-
able and have been proposed to share a common patho-
genesis [1]. Mutations in Cu/Zn superoxide dismutase
(SOD1) account for approximately 20% of the cases of
the inherited form of ALS (FALS) and represent a major
known cause of the disease. Transgenic hSOD1%34

* Correspondence: yej4823@hanmail.net

1Department of Standard Research, Korea Institute of Oriental Medicine, 483
Expo-ro, Yuseong-gu, Daejeon, 305-811, Korea

Full list of author information is available at the end of the article

( BioMVed Central

mice, which overexpress mutant hSOD1%*4, develop
the cardinal symptoms of ALS in humans, including
muscle paralysis and atrophy [2]. Although the exact
molecular mechanisms underlying mutant SODI1
mediated motor neuron degeneration are unclear, the
proposed pathophysiological mechanisms of ALS
include mitochondrial dysfunction [3], glutamate
excitotoxicity [4], disrupted axonal transport [5], and
inflammation [6].

Bee venom (BV) is extracted from honeybees and is
known as apitoxin. It is used in traditional medicine to
reduce inflammation in chronic rheumatoid arthritis and
osteoarthritis [7]. Furthermore, we have previously inves-
tigated the effects of BV on motor function in a neuroin-
flammation-related neurodegenerative disease and have
demonstrated that BV has anti-neuroinflammatory
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effects and extends survival in symptomatic hSOD159%4
mice [8].

BV contains a number of bioactive compounds,
including histamine, epinephrine, free amino acids,
enzymes (e.g., phospholiphase 2; PLA2), and a variety of
peptides (e.g., melittin and apamin) [9]. Melittin is a
strongly basic, 26-amino acid polypeptide that constitu-
tes 40 to 60% of dry whole honeybee venom, and the
peptide has various biological, pharmacological, and tox-
icological actions, including strong surface activity on
cell lipid membranes hemolyzing antibacterial, and anti-
fungal activity [10-12], and antitumor properties [13].
Melittin is also thought to be the major biologically
active substance in BV that induces the anti-nociceptive
and anti-inflammatory effects observed when BV is
applied to an acupoint [9]. In addition, the direct injec-
tion of melittin into the rat ventral tegmental area
causes sensitization to subsequent cocaine administra-
tion, as evidenced by increased cocaine-induced locomo-
tor activity, stereotypy, and dopamine release in the
nucleus accumbens [14].

However, the effects of melittin on neuroinflammation
are still not clear, and the cellular mechanisms that reg-
ulate post-translational modification in hSOD1%%*# mice
remain to be clarified.

To determine the single bioactive element of BV
responsible for the observed anti-neuroinflammatory
effects in animal models of ALS, we investigated the
effects of melittin in symptomatic hSOD1%%** mice.

Melittin treatment was sufficient to improve motor
activity compared to age-matched hSOD1%%** mice, and
the peptide inhibited the increased neuroinflammation
that is responsible for neuronal death. Furthermore, we
found that the post-translational modification of o-synu-
clein is regulated by melittin treatment and that it is
mediated by an increase in Heat Shock Protein70
(HSP70) expression and increased proteasome activity.
These findings suggest a potential functional link
between melittin and the inhibition of neuroinflamma-
tion in an animal model of ALS and could have impor-
tant implications for the treatment of Parkinson’s
disease (PD) and ALS.

Methods

Animals

hSOD1%** mice were handled in accordance with the
National Institutes of Health guidelines (Bethesda, MD).
The protocols were approved by the Institutional Ani-
mal Care and Use Committees of the Korea Institute of
Oriental Medicine. Hemizygous transgenic B6SJL mice
carrying a glycine- to-alanine mutation at the 93"
codon of the cytosolic Cu/Zn superoxide dismutase
gene (hSOD19%34) were originally obtained from the
Jackson Laboratory (Bar Harbor, ME). Transgenic mice
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were identified by PCR as described previously [39]. All
mice were kept in standard housing with free access to
water and standard rodent chow.

Melittin treatment

Melittin was purchased from Sigma (St. Louis, MO) and
diluted with saline. Melittin (0.1 pg/g) was subcuta-
neously injected bilaterally into 98-day-old male
hSOD1%%*# transgenic mice (hSOD1%?*A-MT, n= 11) at
the Zusanli (ST36) acupoint, which is known to mediate
anti-inflammatory effects [40]. The male mice were trea-
ted with melittin twice a week. The ST36 point is anato-
mically located 5 mm below and lateral to the anterior
tubercle of the tibia in regard to the human acupoint
landmark and a mouse anatomical reference [41]. Age-
matched control animals were injected bilaterally and
subcutaneously with an equal volume of saline at the
ST36 acupoint (hSOD1%%34, ;= 10).

Behavioral analysis (rotarod test)

Mice for this study were trained for 1 week prior to
melittin treatment in order for them to adapt to the
apparatus. After training of the hSOD1%%** mice, their
basal motor performance was measured with a rotarod
apparatus (Ugo, Basil, Italy). Motor coordination was
assessed as described previously [8].

Life span study

For lifespan analysis, 98-day-old male hSOD mice
were divided into two groups: saline-treated
hSOD1%%34 mice (n= 11) and melittin treated
hSOD16%3A mice (1= 11). We defined “death” that as
the day on which the mouse stopped breathing. The
significance of the difference in the survival of the
treated mice was measured with Kaplan-Meier survival
curves using Prism 5.0 software (GraphPad Software,
CA, USA) and Sigmaplot 10 software (Systat Software,
CA, USA). Values were analyzed by a one-way
ANOVA followed by a Dunn’s multiple-comparison
test.

1G93A

Tissue preparation and Immunohistochemistry

hSOD1%%** mice were deeply anesthetized with pento-
barbital 18 days after the initiation of the melittin or sal-
ine treatment and perfused with phosphate -buffered
saline (PBS). The spinal cord and brain were removed
and fixed in 4% paraformaldehyde overnight at 4°C,
transferred to 30% sucrose in PBS, and then frozen at
-70°C. Preparation of the spinal cord and brainstem
were performed as described previously [8]. Briefly, the
spinal cord and brainstem were embedded in OCT com-
pound cut on a cryostat into coronal slices (40 pm
thickness). Selected free-floating sections were treated
with 0.6% H,O, to inactivate endogenous peroxidases
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and then incubated: Iba-1 (Wako, Osaka, Japan; 1:5000
dilution) or anti-ubiqutin (DAKO, Glostrup, Denmark;
1:2000 dilution). After incubation with primary antibo-
dies, the sections were washed with PBST (0.3% Tween
20 in PBS) and incubated with a 1:1000 dilution of the
secondary antibody. For visualizing, the ABC Elite
kit (Vector Laboratories: Burligame, CA, USA) and 3,
3’-diaminobenzidine (DAB)/H,O, substrate were used.
Immunostained spinal cord and brainstem sections
were observed with a light microscope (Olympus,
Tokyo, Japan). Immunoreactive cells were counted
using an image analysis software package (IMT
i-solution, NJ, USA).

Western blot analysis

Eighteen days after the treatment of the melittin or
saline treatment, the brainstem and spinal cords were
dissected and homogenized in RIPA buffer (50 mM
Tris-Cl pH 7.4, 1% NP-40, 0.1% SDS, and 150 mM
NaCl) containing a protease inhibitor cocktail (Calbio-
chem, CA, USA). Homogenized tissues were centrifuged
at 14,000 rpm for 20 min at 4°C. The protein concen-
tration was determined using a BCA assay (Pierce, IL,
USA). Samples denatured with sodium dodecyl sulfate
(SDS) sampling buffer were seperated through SDS-
polyacrylamide gel electrophoresis (PAGE) and trans-
ferred to a nitrocellulose membrane for western blot.
For detection of target proteins, the menbranes were
blocked with 5% non-fat milk in TBS and then incu-
bated with the various primary antibodies: anti-tubulin
(Abcam, Cambridge, UK), anti-p38 (Cell Signaling
Technologies), anti-phospho-p38 (Cell Signaling Tech-
nologies), anti-Iba-1 (Wako, Osaka, Japan), anti-TNF-o
or anti-ubiquitin (DAKO, Carpinteria, CA). The blots
were then probed with peroxidase-conjugated antibodies
(Santa Cruz Biotechnology, CA, USA) and visualized by
using enhanced chemiluminescence (ECL) reagents
(Amersham Pharmacia, NJ, USA). An LAS-3000 image
analyzer was used for detecting immunoblotted bands
(Fujifilm, Tokyo, Japan).

Proteasomal activity assay

Whole lysates from the spinal cord and brainstem were
prepared with lysis buffer containing 20 mM Tris-HCI,
pH 7.5, 150 mM NaCl, 5 mM EDTA, and 0.1% SDS and
supplemented with 10 mg/ml of aprotinin, 1 mmol/ml
PMSEF, and 10 mg/ml of leupeptin. The protein concen-
tration was determined using a BCA protein assay kit
(Interchim, Paris, France). Proteasome activity was per-
formed using a 20S Proteasome Activity Assay kit (Che-
micon Inc., CA, USA). An AMC fluorogenic standard
curve was measured by diluting the reconstituted AMC
standard in the concentration range of 0.125 -12.5 pM.
Tissue lysates were mixed with a proteasome substrate
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(Suc-LLVY-AMC) and assay buffer (250 mM HEPES,
pH 7.5, 5 mM EDTA, 0.5% NP-40, and 0.01% SDS) in a
96-well fluorometer plate. For positive control assays,
20S proteasome positive control was diluted 1:10 in
assay buffer (25 mM HEPES, pH 7.5, 0.5 mM EDTA,
0.05% NP-40, and 0.001% SDS). The reaction mixture
was incubated at 37°C for 2 hours, and the fluorescence
was read using a 350/450 nm filter set in a fluorometer.

Statistical analysis

All data were analyzed using GraphPad Prism 5.0
(GraphPad Software, CA, USA) and are presented as the
mean + SEM where inducated. A ¢-test was used to
compare the significance of the differences of the immu-
noblotting and immunohistochemical data between the
melittin-treated mice and the age-matched untreated
hSOD1%%%*4 mice.

Results

Melittin treatment increases motor performance in
symptomatic hSOD1%%*” transgenic mice

To determine the effects of melittin on the motor
function and survival of hSOD1%%** mice, melittin (0.1
pg/g) was subcutaneously injected bilaterally at ST36
(Figure 1). In the rotarod behavioral test, which
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Figure 1 The effect of melittin treatment on motor activity

in symptomatic hSOD1%°3* mice. 14-week-old (98 day old)
hSOD1°%** mice were bilaterally treated with saline (n= 10/group,
circles) or 0.1 pg/ml melittin (n= 11/group, squares) subcutaneously
at ST36. Based on the results of the rotarod behavioral test for the
measurement of motor function, the motor function of melittin-
treated hSOD1%%** mice significantly improved compared with
saline-treated hSOD1°7** 7 days after the initiation of melittin
treatment. The values represent as the comparison with melittin-
treated hSOD19%3A transgenic mice (**p<0.001). S: second, Con:

saline-treated hSOD19%*A, MT: melittin-treated hSOD1%%*
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measures motor function, melittin-treated hSOD1%%34

mice (n = 11) displayed a 1.7-fold increase in motor
function 7 days after treatment with melittin (Figure 1).
Furthermore, melittin-treated hSOD1%%* mice (n = 11)
showed a 2.8-fold improvement in motor activity 10
days after melittin treatment compared to age-matched
control mice (n = 10) (Figure 1). Disease onset and
paralysis, which is a pathological symptom of hOD1%%34
mice, was delayed 1 week in melittin-treated mice com-
pared to saline-treated hSOD1?3*4 mice. Given that
melittin treatment improved motor activity and delayed
disease onset in hSOD1%%** transgenic mice, we next
compared the survival rate using Kaplan-Meier survival
analyses. The median survival of the melittin-treated
group (132 + 3.2 days, n = 11) was not significantly dif-
ferent from that of control group (129 + 2.5 days, n = 11)
(Figure 2). It indicates that the melittin treatment does
not influence the lifespan of hSOD1%%** mice. However,
melittin-treated hSOD19%** transgenic mice showed
delayed disease onset compared to age-matched saline-
treated controls (data not shown). Overall, these results
indicate that melittin treatment delays the onset of motor
dysfunction and disease progression but is not sufficient
for increasing the lifespan of hSOD1%%** mice.

Melittin reduces neuroinflammation in symptomatic
hSOD1%%A transgenic mice

Because we have previously demonstrated that treatment
with BV treatment reduces microglial activation and
neuroinflammation [8], we analyzed the effects of melit-
tin, a component of BV, on microglial activation in
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Figure 2 The effect of melittin on the survival rate of
hSOD1%%*# mice. Melittin treatment did not alter the survival of
hSOD1°%** mice, as shown by a Kaplan-Meyer analysis. Melittin-
treated (0.1 ug/g/98day, n = 11) or saline-treated transgenic
hSOD1°%** mice (n = 11) had comparable median lifespans (132 +
3.2 days and 129 + 2.5 days, respectively). Con: saline- treated mice,
MT: melittin -treated mice
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symptomatic hSOD19%*4 mice. As shown in Figure 3A,

Iba-1 expression, which was used as a marker of micro-
glial activation, was significantly decreased in both the
brainstem and spinal cord of melittin-treated
hSOD1%%** mice. In immuohistochemical study, it
confirmed that melittin treatment reduced Iba-1 immu-
noreactivity largely confined to the facial nucleus of the
brain stem and the anterior horn of the lumbar spinal
cord (L4) in symptomatic hSOD19%4 mice (Figure 3G -
Figure 3]). To further assess the effect of melittin on
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anti-neuroinflammatory events in the brainstem and spinal
cord. The western blot image is representative of three
independent experiments. A representative blot of Iba-1 (A) or TNF-
o (B) demeonstrates a significant reduction in the expression of
these molecules in the brainstem and spinal cord of melittin-treated
hSOD1°%*A mice. The expression of MAP2 (a neuron marker) is
dramatically increased in both the brainstem and spinal cord of

melittin-treated hSOD1°°** mice compared with saline-treated

hSOD1°%*A mice (C). a-tubulin was used for loading control. The
activation of p38 is increased in the brainstem and spinal cord of
hSOD1°%** mice, but melittin-treated hSOD1°%** mice showed
reduced expression of phospho-p38 (E). The expression of p38 was
used as a comparison for the expression of activated phospho-p38.
Selected free-floating fifth spinal cord or brainstem section (40 um)
from saline- (n= 3) or melittin-treated hSOD1%%** mice (n= 4) was
stained with an anti-Iba-1. The immunohistochemical study of Iba-1
in the facial nucleus of the brainstem and the anterior horns of the
lumbar (L4) spinal cord confirmed that melittin treatment reduced
the number of Iba-1-expressing cells in the hSOD1%** mice
compared to age-matched control mice (G-J). The large box
presents higher magnification views of the small box in the facial
nucleus region of the brainstem in control hSOD1%%** mice (G).
Scale bars = 200 um (G, H). Scale bars = 100 um (|, J). MT: melittin,
BS: brainstem, SP: spinal cord.
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suppression neuroinflammation by inhibiting of the
release of the pro-inflammatory cytokine TNF-a,
western blots were performed using an anti-TNF-o anti-
body The expression of TNF-o was dramatically
reduced in the brainstem and spinal cord of melittin-
treated hSOD1%°** mice compared to age-matched con-
trols (Figure 3B). Interestingly, melittin treatment
increased the expression of the neuronal cell marker
MAP2 in both the brainstem and lumbar spinal cord of
symptomatic hSOD1%%** mice (Figure 3C).

p38 kinase activity is strongly associated with motor
neuron degeneration in this animal model of ALS [15].
Given the previous reports of Yang et al. on the effect
of BV on p38 activation [8], we examined the effect of
melittin on p38 kinase activity in symptomatic
hSOD1%** mice. Phosphorylation of p38 was reduced
in the brainstem and spinal cord of hSOD1 transgenic
mice following treatment with melittin (Figure 3E).
These findings suggest that melittin, a component of
BV, has a critical role in inhibiting neuroinflammation
in symptomatic hSOD1%?** mice, which results in the
attenuation of motor neuron loss.

Melittin inhibits a-synuclein modification and increases
the expression of heat shock protein 70

As a synaptic protein, a-synuclein is a pathological
marker for PD and has been implicated in several
neurodegenerative diseases, including multiple system
atrophy (MSA) [16]. In familial ALS patients, o.-synu-
clein is detected in the glial white matter and glial gray
matter [17]. To explore the expression and modification
of a-synuclein in symptomatic hSOD19?*4 mice, we
performed a biochemical study of the brainstem and
spinal cord of mice with ALS. Higher molecular weight
bands (>17 kDa), indicative modified of a-synuclein
were observed in the brainstem and spinal cord of
hSOD1%%** mice (Figure 4A). The expression of modi-
fied a-synuclein, including Ser129-phosphorylated and
nitrated o-synuclein was significantly increased in the
brainstem and spinal cord of hSOD1%%** mice (Figure
4B, C). However, melittin-treated hSOD1%?34 mice
demonstrated reduced expression of post-translationally
modified a-synuclein in the brainstem and lumbar
spinal cord (Figure 4B, C). To ascertain the mechanism
underlying the decreased modification of a-synuclein
following melittin treatment of symptomatic hSOD1%%34
mice. We examined the expression of HSP 70 in the
brainstem and spinal cord of melittin-treated
hSOD1%%** mice compared to age-matched controls. As
shown in Figure 4D, we observed increased expression
of HSP70 in the brainstem and spinal cord of melittin-
treated hSOD1%%** mice. Importantly, HSP70 is known
to reduce a-synuclein-mediated toxicity and aggregation
[18,19]. To determine whether melittin regulates the
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Figure 4 The Effect of melittin treatment on the post-
translation modification of a-synuclein in symptomatic
hSOD1%?3A mice. The western blot image is representative of three
independent experiments. Higher molecular weight forms of a.-
synuclein were expressed in spinal cord of hSOD19”** mice, but this
expression was reduced following metlittin treatment (A). The level
of nitrated (B) and phosphorylated a-synuclein (C) was decreased in
the brainstem and spinal cord of melittin-treated mice. The
expression of HSP70 was increased by melittin treatment in the
brainstem and spinal cord in hSOD1°%** mice (D). HSC70 (E) and

tubulin (F) were used as loading controls.

ubiquitin/proteasome system (UPS) in hSOD1%%** mice,

we investigated ubiquitin expression in the brainstem
and spinal cord of saline- and melittin-treated mice. As
expected, melittin treatment significantly reduced the
number of ubiquitin-expressing cells in both the brain-
stem (Figure 5A, B) and ventral horn of spinal cord in
symptomatic hSOD1%%* mice (Figure 5C, D). Further-
more, we confirmed a-synuclein inclusions were coloca-
lized with ubiquitin in motor neurons of ventral horn of
spinal cord in symptomatic hSOD1%%*# (Figure 5E-5G).
These findings suggest that melittin treatment may
affect UPS function, which in turn, regulates the
post-translational modification (e.g., phosphorylation
and ubiquitination) of pathological proteins.

Reduced proteasome activity is restored in hSOD1%934
mice following treatment with melittin

To assess whether the observed reduction in total pro-
teasome activity in the brainstem and lumbar spinal
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Figure 5 Co-localization of a-synuclein and ubiquitin in
X . . G93A
anterior horns of the lumbar (L4) spinal cord in hSOD1™ Figure 6 Melittin treatment restores proteasome activity in the
mice. Ubiquitin immunoreactivity (IR) is significantly reduced in the brainstem and spinal cord of symptomatic hSOD1593
facial nucleus of the brainstem from melittin-treated hSOD1%** transgenic mice. Proteasome activity was not changed by melittin
mi{ce (A, B). Scale bar = 200 Um (Af B). In th? anterior horrj of the treatment in the brainstem and spinal cord of non-transgenic mice
spinal corgg,gihe number of ubiquitin-expressing cells was increased (n = 3, A). Melittin treatment was increased proteasome activity in
in hSOD1 mice, but this was reduced by treatmgnt with melittin the brainstem and spinal cord of hSOD1%%* mice (n = 3) compared
(C, D). Scale bar = 100 um (C, D). a-synuclein inclusions (E) were to age-matched hSOD1%%* mice (n = 3, B). NS: no significance,
colocalized with ubiquitin (F) in motor neuron of the lumbar (L4) *p<0.05, **p<0.001

spinal cord in hSOD1°%** mice (G). Arrow head indicates double-
labelled cells. Scale bar = 50 um (E-G). MT: melittin, BS: brainstem,
SP: spinal cord.

cord of hSOD1%%** mice was the result of a decreased
number of proteasomes or a reduced proteasomal activ-
ity, 20S proteasome activity was examined using a pro-
teasome activity assay with a fluorescent substrate. Total
proteasome activity (nmol/min/mg) of the brainstem or
lumbar spinal cord in symptomatic hSOD1%?*4 mice
showed each 1.8- fold reduction compared to age-
matched non-transgenic mice (Figure 6A, B). In addi-
tion, melittin treatment did not significantly affect total
proteasome acitivity in non-transgenic mice (Figure 6A).
However, proteasome activity following melittin treat-
ment was restored a 50% in the brainstem and a 40% in
the lumbar spinal cord of symptomatic hSOD1%%%4
mice (Figure 6B). These results suggest that reduced
proteasome activity results in an increase in the modifi-
cation of pathological proteins, such as o-synuclein, and

that melittin treatment can inhibit the loss of protea-
some activity in neurodegenerative diseases.

Discussion

To improve the treatment of amyotrophic lateral sclero-
sis (ALS) and to reduce pain and extend the lifespan of
afflicted patients, it is important to find molecular mar-
kers for the underlying pathological mechanisms of this
disease. Pathological mechanisms involved in ALS may
include protein misfolding, mitochondrial dysfunction,
oxidative damage, glutamate excitotoxicity, and neuroin-
flammation. We recently demonstrated that bee venom
(BV) attenuated neuroinflammation and improved
motor performance in a symptomatic animal model of
ALS. To determine the critical bioactive compounds of
BV critical for anti-neuroinflammation, we studied the
effects of melittin, a protein that makes up 40 to 50% of
BV, in symptomatic hSOD1%%** mice. We found that
administering melittin improved motor activity in these
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transgenic animals compared with age-matched,
untreated animals; melittin administration decreased
microglial activity and the expression of the pro-inflam-
matory factor TNF-a. We also observed that melittin
alleviated post-translational modification of a-synuclein
and restored proteasome activity in the brainstem and
spinal cord of hSOD1%?** transgenic mice at the symp-
tomatic stage.

Neuroinflammation occurs as a result of oxidative and
excitotoxic neuronal damage, mitochondrial dysfunction,
and protein aggregation [20]. Increased release of pro-
inflammatory cytokines, such as TNF-a and IL-6
induces microglia activation in spinal cord of
hSOD1%%** mice [21]. Recently, we demonstrated that
BV attenuated neuroinflammation due to microglia acti-
vation and extended the life span of hSOD1%%*4 trans-
genic mice. Consistent with previous reports, the
current study demonstrates that melittin, a 26-amino
acid polypeptide that is a component of BV, improved
motor activity (Figure 1) and reduced neuroinflamma-
tory events in the brainstem and spinal cord of sympto-
matic hSOD1%34 mice (Figure 3). However, melittin
did not extend the survival time of hSOD1%%** mice
(Figure 2) even though melittin-treated hSOD1%%34
mice delayed disease onset. These findings suggest that
anti-neuroinflammation mediated by melittin was not
sufficient to prolong lifespan in an ALS animal model.

Neuroinflammation may also be a direct response to
protein aggregation [22]. Therefore, it is believed that
drugs that modulate inflammation may combat disease
progression. The targeting of the different pathogenic
events associated with neurodegenerative diseases, such
as the clearance of disaggregated proteins, together with
neuroprotective and immunomodulatory strategies, may
be required for the effective treatment of these diseases.
Many diseases are associated with the expression of mis-
folded proteins that interfere with diverse cellular pro-
cesses. A number of neurodegenerative disorders,
including Parkinson’s disease (PD), ALS, Alzheimer’s
disease (AD), and polyglutamine diseases, are associated
with the chronic expression of specific disease-asso-
ciated proteins, resulting in the accumulation of mis-
folded species in brain tissue [23]. To protect from the
stress of misfolded proteins, all cells express cytoprotec-
tive machinery.

PD is the most prevalent neurodegenerative move-
ment disorder and is clinically characterized by rigidity,
akinesia, resting tremors, postural instability, and cogni-
tive impairment. PD is considered a synucleinopathy
due to the ubiquitous deposition of a-synuclein in the
central nervous system of PD patients, with a particu-
larly high enrichment in presynaptic termini, and the
associated specific synaptic pathology associated with o-
synuclein aggregations [24]. Because a-synuclein is
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detected in both glial white matter and gray matter in
familial ALS patients [17], we investigated the effects of
melittin on o-synuclein in hSOD1°”** mice. We
observed that o.-synuclein phosphorylation and nitration
were increased in the brainstem and spinal cord of
symptomatic hSOD1%** transgenic mice and the
administration of melittin reduced changes in the post-
translation modification of a-synuclein in these tissues
(Figure 4A-C). Post-translational modification of a-
synuclein at Ser129 has been reported and is the most
intensely studied modification of this protein to date.
The relatively high abundance of this modified form of
a-synuclein in Lewy bodies, and the fact that this post-
translational modification occurs at low levels in the
absence of large protein aggregates [25], suggests that it
may promote aggregation. The phosphorylation of a-
synuclein at Ser129 may be a significant pathological
event because a-synuclein is not commonly phosphory-
lated at this site under physiological conditions [26].
Ser129 phosphorylation of a-synuclein was correlated
with pathological changes in AP and tau in vivo [27]. In
this study, we demonstrated the co-localization of a-
synuclein and ubiquitin in motor neuron of the lumber
spinal cord in symptomatic hSOD1%?** transgenic mice
(Figure 5). Furthermore, melittin treatment reduced sig-
nificantly ubiquitinated proteins in the brainstem and
the ventral horn of spinal cord in hSOD1%%** (Figure
5). Based on these results and on those other previous
studies, we propose that the pathological mechanisms of
ALS and PD may be related and, therefore, that melittin
treatment may reduce neuroinflammation in PD. How-
ever, it should be determined whether melittin directly
affects cell toxicity caused PD-related other proteins in
the further study.

Various stressful stimuli cause unfolded or misfolded
proteins to accumulate within cells. Heat shock proteins
(HSPs) recognize misfolded proteins and aid in refold-
ing. In addition to their chaperone activity, HSPs have
been shown to facilitate the degradation of highly mis-
folded proteins by transferring them to the ubiquitin/
proteasome degradation system [28]. Gifondorwa et al.
hypothesized that the administration of HSP70 might
delay the progressive loss of motor neurons that has
been observed in ALS [29]. HSPs can protect neural
cells from various stresses, including oxidative stress
and excitotoxicity [30,31]. Furthermore, Batulan et al.
demonstrated an additional neuroprotective role for the
primary stress-inducible HSP70 in an animal model of
ALS [32]. Moreover, extracellular HSP70 has been
shown to play an important role in immune and inflam-
matory responses [33]. In this study, we found that
melittin administration caused an increased HSP70
expression in the brainstem and spinal cord of sympto-
matic hSOD19?*4 mice compared to the same tissues
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from age-matched control mice (Figure 4D). These
results suggest that melittin regulates the production of
misfolded proteins by activating chaperone proteins,
including HSP70 and by affecting phosphorylation path-
ways that could produce pathological proteins, such as
a-synuclein and tau in PD and AD.

To determine whether melittin affects protein degra-
dation, we investigated the role of the proteasome in the
brainstem and spinal cord of hSOD1%%** mice. Consis-
tent with previous results, we observed an increase in
ubiquitinated proteins in the brainstem and spinal cord
of symptomatic hSOD1%%** mice (Figure 5A, C).
Furthermore, melittin treatment decreased the levels of
ubiquitinated proteins in the brainstem and the anterior
horn of the spinal cord in hSOD1%*# transgenic mice
(Figure 5B, D). The accumulation of misfolded proteins
into cellular aggregates is a prominent feature common
to most neurodegenerative diseases. These insoluble
proteinaceous deposits contain ubiquitin and compo-
nents of the ubiquitin/proteasome system, including
proteins encoded by genes mutated in familial cases (e.
g., the ubiquitin ligase parkin/PARK2) [34]. Alternations
in the ubiquitin/proteasome system, which are com-
monly observed in PD, can hinder the degradation of
aggregated a-synuclein [35]. In hSOD19%** mice, the
impairment of proteasome function caused by the
decreased solubility and aggregation of the mutant
SOD1 protein has been demonstrated by Kabahi et al.,
[36]. We observed a 1.8-fold reduction in proteasome
activity in the brainstem and spinal cord of symptomatic
hSOD1%%*# mice compared to age-matched non-trans-
genic mice (Figure 6A-B). Notably, melittin administra-
tion restored a 50% increase in proteasome activity in
the brainstem and a 40% increase in the lumbar spinal
cord (Figure 6B). Misfolded protein inclusions are a
common feature of several neurodegenerative disorders,
and their occurrence suggests the function of chaperone
protein and ubiquitin/proteasome pathways block to
degrade abnormal proteins [37,38].

Conclusions

The present work demonstrates that melittin reduces
neuroinflammatory events and induces a reduction in a-
synuclein modification via increased proteasome activity
in hSOD19%** mice, suggesting that proteasome activity
and chaperone proteins are responsible for the clearance
of the misfolded proteins, such as SOD1 and a-synu-
clein. The molecular and cellular mechanisms underly-
ing anti-neuroinflammation effects of melittin are not
entirely clear and remain to be further clarified by inten-
sive experimental studies. In addition, the link between
ALS and PD remains unclear. In further studies, addi-
tional experiments are needed to establish whether PD
and ALS share common pathological mechanisms and
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the link between melittin and protein modification
remains to be established.

Acknowledgements
This study was supported by grant from the Korea Institute of Oriental
Medicine (C10040, K11010).

Author details

1Departmem of Standard Research, Korea Institute of Oriental Medicine, 483
Expo-ro, Yuseong-gu, Daejeon, 305-811, Korea. 2Departmem of Instrument
Development, Korea Basic Science Institute, 113, Gwahag-ro, Yuseong-gu,
Daejeon, 305-333, Korea.

Authors’ contributions

EJY designed the experiments and analyzed the data as well as wrote the
manuscript. SHK executed proteasome acitivity and biochemical study. SCY
participated in the tissue processing of animal for all experiments and
performed statistical analyses. SML carried out the rota-rod test,
immunohistochemistry. SMC discussed with the manuscript. All authors have
read and approved the final manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 12 May 2011 Accepted: 20 June 2011 Published: 20 June 2011

References

1. Boillee S, Vande Velde C, Cleveland DW: ALS: a disease of motor neurons
and their nonneuronal neighbors. Neuron 2006, 52:39-59.

2. Gurney ME, Pu H, Chiu AY: Motor neuron degeneration in mice that
express a human Cu, Zn superoxide dismutase mutation. Science 1994,
264:1772-1775.

3. Brown RH Jr, Robberecht W: Amyotrophic lateral sclerosis: pathogenesis.
Semin Neurol 2001, 21:131-139.

4. Pasinelli P, Brown RH: Molecular biology of amyotrophic lateral sclerosis:
insights from genetics. Nat Rev Neurosci 2006, 7:710-723.

5. Bruijn LI, Miller TM, Cleveland DW: Unraveling the mechanisms involved
in motor neuron degeneration in ALS. Annu Rev Neurosci 2004,
27:723-749.

6. McGeer PL, McGeer EG: Inflammatory processes in amyotrophic lateral
sclerosis. Muscle Nerve 2002, 26:459-470.

7. Somerfield SD, Brandwein S: Bee venom and adjuvant arthritis. J
Rheumatol 1988, 15:1878.

8. Yang EJ, Jiang JH, Lee SM, Yang SC, Hwang HS, Lee MS, Choi SM: Bee
venom attenuates neuroinflammatory events and extends survival in an
amyotrophic lateral sclerosis model. J Neuroinflammation 2010, 7:69.

9. Son DJ, Lee JW, Lee YH, Song HS, Lee CK, Hong JT: Therapeutic
application of anti-arthritis, pain-releasing, and anti-cancer effects of bee
venom and its constituent compounds. Pharmacol Ther 2007,
115:246-270.

10.  Habermann E: Bee and wasp venoms. Science 1972, 177:314-322.

11. Gauldie J, Hanson JM, Rumjanek FD, Shipolini RA, Vernon CA: The peptide
components of bee venom. Eur J Biochem 1976, , 61: 369-376.

12, Lariviere WR, Melzack R: The bee venom test: a new tonic-pain test. Pain
1996, 66:271-277.

13. Orsoli¢ N, Sver L, Verstovsek S, Terzi¢ S, Basi¢ I: Inhibition of mammary
carcinoma cell proliferation in vitro and tumor growth in vivo by bee
venom. Toxicon 2003, 41:861-870.

14.  Keith DJ, Eshleman AJ, Janowsky A: Melittin stimulates fatty acid release
through non-phospholipase-mediated mechanisms and interacts with
the dopamine transporter and other membrane-spanning proteins. Fur J
Pharmacol 2010, , 650: 501-510.

15. Tortarolo M, Veglianese P, Calvaresi N, Botturi A, Rossi C, Giorgini A,
Migheli A, Bendotti C: Persistent activation of p38 mitogen-activated
protein kinase in a mouse model of familial amyotrophic lateral sclerosis
correlates with disease progression. Mol Cell Neurosci 2003, 23:180-192.

16. Wakabayashi K, Yoshimoto M, Tsuji S, Takahashi H: Alpha-synuclein
immunoreactivity in glial cytoplasmic inclusions in multiple system
atrophy. Neurosci Lett 1998, 249:180-182.


http://www.ncbi.nlm.nih.gov/pubmed/17015226?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17015226?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8209258?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8209258?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11442322?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16924260?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16924260?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15217349?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15217349?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12362410?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12362410?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3230577?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20950451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20950451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20950451?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17555825?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17555825?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17555825?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4113805?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8880850?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12782086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12782086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12782086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12812752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12812752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12812752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9682846?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9682846?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9682846?dopt=Abstract

Yang et al. Journal of Neuroinflammation 2011, 8:69
http://www.jneuroinflammation.com/content/8/1/69

17.  Doherty MJ, Bird TD, Leverenz JB: Alpha-synuclein in motor neuron
disease: an immunohistologic study. Acta Neuropathol 2004, 107:169-175.

18. Danzer KM, Ruf WP, Putcha P, Joyner D, Hashimoto T, Glabe C, Hyman BT,
McLean PJ: Heat-shock protein 70 modulates toxic extracellular a-
synuclein oligomers and rescues trans-synaptic toxicity. FASEB J 2011,
25:326-336.

19. Klucken J, Shin Y, Masliah E, Hyman BT, MclLean PJ: Hsp70 reduces alpha-
synuclein aggregation and toxicity. J Biol Chem 2004, 279:25497-25502.

20. Benner EJ, Banerjee R, Reynolds AD, Sherman S, Pisarev VM, Tsiperson V,
Nemachek C, Ciborowski P, Przedborski S, Mosley RL, Gendelman HE:
Nitrated alpha-synuclein immunity accelerates degeneration of nigral
dopaminergic neurons. PLoS One 2008, 3:e1376.

21. Hensley K, Fedynyshyn J, Ferrell S, Floyd RA, Gordon B, Grammas P,
Hamdheydari L, Mhatre M, Mou S, Pye QN, Stewart C, West M, West S,
Williamson KS: Message and protein-level elevation of tumor necrosis
factor alpha (TNF alpha) and TNF alpha-modulating cytokines in spinal
cords of the G93A-SOD1 mouse model for amyotrophic lateral sclerosis.
Neurobiol Dis 2003, 14:74-80.

22. Frank-Cannon TC, Alto LT, McAlpine FE, Tansey MG: Does
neuroinflammation fan the flame in neurodegenerative diseases? Mol
Neurodegener 2009, 4:47.

23. Soto C, Estrada LD: Protein misfolding and neurodegeneration. Arch
Neurol 2008, , 65: 184-189.

24.  Golde TE, Miller VM: Proteinopathy-induced neuronal senescence: a
hypothesis for brain failure in Alzheimer’s and other neurodegenerative
diseases. Alzheimers Res Ther 2009, 1:5.

25. McFarland MA, Ellis CE, Markey SP, Nussbaum RL: Proteomics analysis
identifies phosphorylation-dependent alpha-synuclein protein
interactions. Mol Cell Proteomics 2008, 7:2123-2137.

26. Fujiwara H, Hasegawa M, Dohmate N, Kawashima A, Masliah E,

Goldberg MS, Shen J, Takio K, lwatsubo T: alpha-Synuclein is
phosphorylated in synucleinopathy lesions. Nat Cell Biol 2002, , 4:
160-164.

27. Clinton LK, Blurton-Jones M, Myczek K, Trojanowski JQ, LaFerla FM:
Synergistic Interactions between Abeta, tau, and alpha-synuclein:
acceleration of neuropathology and cognitive decline. J Neurosci 2010, ,
30: 7281-7289.

28. Xu W, Marcu M, Yuan X, Mimnaugh E, Patterson C, Neckers L: Chaperone-

dependent E3 ubiquitin ligase CHIP mediates a degradative pathway for

c-ErbB2/Neu. Proc Natl Acad Sci USA 2002, 99:12847-12852.

29. Gifondorwa DJ, Robinson MB, Hayes CD, Taylor AR, Prevette DM,
Oppenheim RW, Caress J, Milligan CE: Exogenous delivery of heat shock
protein 70 increases lifespan in a mouse model of amyotrophic lateral
sclerosis. J Neurosci 2007, 27:13173-13180.

30. Lowenstein DH, Chan PH, Miles MF: The stress protein response in
cultured neurons: characterization and evidence for a protective role in
excitotoxicity. Neuron 1991, 7:1053-1060.

31. Rordorf G, Koroshetz WJ, Bonventre JV: Heat shock protects cultured
neurons from glutamate toxicity. Neuron 1991, 7:1043-1051.

32. Batulan Z, Taylor DM, Aarons RJ, Minotti S, Doroudchi MM, Nalbantoglu J,
Durham HD: Induction of multiple heat shock proteins and
neuroprotection in a primary culture model of familial amyotrophic
lateral sclerosis. Neurobiol Dis 2006, , 24: 213-225.

33, Calderwood SK, Theriault JR, Gong J: Message in a bottle: role of the 70-
kDa heat shock protein family in anti-tumor immunity. £ur J Immunol
2005, 35:2518-2527.

34. Shin Y, Klucken J, Patterson C, Hyman BT, McLean PJ: The co-chaperone
carboxyl terminus of Hsp70-interacting protein (CHIP) mediates alpha-
synuclein degradation decisions between proteasomal and lysosomal
pathways. J Biol Chem 2005, 280:23727-23734.

35. Chu'Y, Dodiya H, Aebischer P, Olanow CW, Kordower JH: Alterations in
lysosomal and proteasomal markers in Parkinson’s disease: relationship
to alpha-synuclein inclusions. Neurobiol Dis 2009, 35:385-398.

36. Kabashi E, Agar JN, Hong Y, Taylor DM, Minotti S, Figlewicz DA,

Durham HD: Proteasomes remain intact, but show early focal alteration
in their composition in a mouse model of amyotrophic lateral sclerosis.
J Neurochem 2008, 105:2353-2366.

37. Sherman MY, Goldberg AL: Cellular defenses against unfolded proteins: a
cell biologist thinks about neurodegenerative diseases. Neuron 2001,
29:15-32.

Page 9 of 9

38. Ciechanover A, Brundin P: The ubiquitin proteasome system in
neurodegenerative diseases: sometimes the chicken, sometimes the
egg. Neuron 2003, 40:427-446.

39, Rosen DR, Siddique T, Patterson D, Figlewicz DA, Sapp P, Hentati A,
Donaldson D, Goto J, O'Regan JP, Deng HX, et al: Mutations in Cu/Zn
superoxide dismutase gene are associated with familial amyotrophic
lateral sclerosis. Nature 1993, 362:59-62.

40. Wilms H, Zecca L, Rosenstiel P, Sievers J, Deuschl G, Lucius R: Inflammation
in Parkinson’s diseases and other neurodegenerative diseases: cause
and therapeutic implications. Curr Pharm Des 2007, 13:1925-1928.

41, Yin CS, Jeong HS, Park HJ, Baik Y, Yoon MH, Choi CB, Koh HG: A proposed
transpositional acupoint system in a mouse and rat model. Res Vet Sci
2008, 842:159-165.

doi:10.1186/1742-2094-8-69
Cite this article as: Yang et al. Melittin restores proteasome function in
an animal model of ALS. Journal of Neuroinflammation 2011 8:69.

Submit your next manuscript to BioMed Central
and take full advantage of:

e Convenient online submission

e Thorough peer review

¢ No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

¢ Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BiolMed Central



http://www.ncbi.nlm.nih.gov/pubmed/14648076?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14648076?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20876215?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20876215?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15044495?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15044495?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18167537?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18167537?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13678668?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13678668?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13678668?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19917131?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19917131?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19822029?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19822029?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19822029?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18614564?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18614564?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18614564?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12239347?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12239347?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12239347?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18045911?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18045911?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18045911?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1764242?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1764242?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1764242?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1722411?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1722411?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16144035?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16144035?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15845543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15845543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15845543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15845543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19505575?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19505575?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19505575?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18315558?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18315558?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11182078?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11182078?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14556719?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14556719?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14556719?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8446170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8446170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8446170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17584117?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17584117?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17584117?dopt=Abstract

	Abstract
	Background
	Methods
	Animals
	Melittin treatment
	Behavioral analysis (rotarod test)
	Life span study
	Tissue preparation and Immunohistochemistry
	Western blot analysis
	Proteasomal activity assay
	Statistical analysis

	Results
	Melittin treatment increases motor performance in symptomatic hSOD1G93A transgenic mice
	Melittin reduces neuroinflammation in symptomatic hSOD1G93A transgenic mice
	Melittin inhibits α-synuclein modification and increases the expression of heat shock protein 70
	Reduced proteasome activity is restored in hSOD1G93A mice following treatment with melittin

	Discussion
	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


