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Abstract

Background: Epilepsy is a common neurological disorder, which is attributed to uncontrollable abnormal hyper-
excitability of neurons. We investigated the feasibility of using low-intensity, pulsed radiation of focused ultrasound
(FUS) to non-invasively suppress epileptic activity in an animal model (rat), which was induced by the
intraperitonial injection of pentylenetetrazol (PTZ).

Results: After the onset of induced seizures, FUS was transcranially administered to the brain twice for three
minutes each while undergoing electroencephalographic (EEG) monitoring. An air-backed, spherical segment
ultrasound transducer (diameter: 6 cm; radius-of-curvature: 7 cm) operating at a fundamental frequency of 690 KHz
was used to deliver a train of 0.5 msec-long pulses of sonication at a repetitive rate of 100 Hz to the thalamic
areas of the brain. The acoustic intensity (130 mW/cm2) used in the experiment was sufficiently within the range of
safety guidelines for the clinical ultrasound imaging. The occurrence of epileptic EEG bursts from epilepsy-induced
rats significantly decreased after sonication when it was compared to the pre-sonication epileptic state. The PTZ-
induced control group that did not receive any sonication showed a sustained number of epileptic EEG signal
bursts. The animals that underwent sonication also showed less severe epileptic behavior, as assessed by the
Racine score. Histological analysis confirmed that the sonication did not cause any damage to the brain tissue.

Conclusions: These results revealed that low-intensity, pulsed FUS sonication suppressed the number of epileptic
signal bursts using acute epilepsy model in animal. Due to its non-invasiveness and spatial selectivity, FUS may
offer new perspectives for a possible non-invasive treatment of epilepsy.

Background
Epilepsy manifests developmental, cognitive, socioeco-
nomic, and medical implications while the associated
costs to society are staggering [1]. Anticonvulsant medi-
cations represent the first line of treatment for epilepsy.
Although anti-epileptic/anti-ictal medications are readily
available, approximately one third of patients are resis-
tant to these pharmacological treatments [2]. To allevi-
ate/treat intractable epilepsy with a localized origin,
invasive neurosurgical approaches are adopted, such as
surgical resection of the epileptogenic regions [3]. Sub-
dural and epidural cortical stimulation, vagus nerve sti-
mulation (VNS), and deep brain stimulation (DBS) have
also been considered as viable treatment options [4].

However, these surgical approaches accompany inevita-
ble risks associated with their invasiveness [5]. There-
fore, a new and non-invasive treatment option is
warranted to reduce or even extinguish epileptogenic
activity.
Several non-invasive techniques are being tested for

the suppression of epileptic activity [6]. For instance,
transcranial magnetic stimulation (TMS) was suggested
as a potential tool for the non-invasive treatment of epi-
lepsy [7,8]. However, due to the inductive nature of
magnetic stimulation, the area of modulation affected by
the TMS is rather wide (on the order of several centi-
meters) and is limited to the cortical surface [9]. Tran-
scranial direct current stimulation (tDCS) has also been
introduced to suppress epileptic seizures through direct
injection of electrical current into the brain [10]; never-
theless, it also lacks spatial specificity and suffers from a
limited depth of penetration [6].
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Recent advances in image-guided focused ultrasound
(FUS) techniques allow for the non-invasive and spa-
tially-accurate (on the order of millimeters) transcranial
delivery of acoustic energy (in the form of mechanical
and thermal energy) to a focused tissue region [11]. Sev-
eral investigations of the effects of FUS on the ex vivo
animal brain have revealed that ultrasound can tempora-
rily modify the excitability of the neuronal tissue [12],
which is possibly mediated by the regulation of ion
channels without raising the local tissue temperature
[13]. Ultrasound is also known to decrease cortical
excitability, as it has been demonstrated by concurrent
monitoring of visual evoked potentials in cats [14]. We
recently demonstrated that the administration of low-
intensity FUS (spatial-peak temporal average intensity;
Ispta < 165 mW/cm2) to a regional brain area, delivered
in a train of pulses, modulated (i.e., excited or sup-
pressed) neuronal excitability in vivo [15,16]. The modu-
lation was achieved without altering the tissue
temperature. By utilizing such a modulatory property of
the pulsed sonication, especially to decrease the excit-
ability, we were motivated to further examine if the FUS
could reduce hyper-excitability of neural tissue based on
a chemical kindling model of acute-stage epilepsy.
The goal of the study was to investigate the feasibility

of using pulsed FUS to suppress epileptic neural activity,
which was induced by the intraperitonial injection of
pentylenetetrazol (PTZ) into rats. PTZ, a gamma-ami-
nobutyric acid (GABA) receptor antagonist (particularly
GABAA-receptor), has been extensively used in animal
models to study acute-stage epilepsy [17]. An acute
stage of epilepsy can be induced by a single dose of
PTZ [18], which increases neuronal excitability across
the entire brain volume with dominant hyper-excitability
across the thalamus [19]. In this respect, we applied
pulsed ultrasound to the brain to sonicate the entire
thalamic area of rats with PTZ-induced acute epilepsy
and measured subsequent electroencephalogram (EEG)
activity to evaluate the degree of epileptic activity.
Although the different thalamic subdivisions may differ
in their roles in epilepsy [20], FUS in the present study
was targeted to sonicate most of the thalamic area glob-
ally rather than its specific subdivisions. Therefore, soni-
cation allows for the examination of the global effects
of FUS on the thalamus and its potential role in the
suppression of epileptic discharges. The results were
compared to EEG activity observed in a group of PTZ-
induced epileptic rats that did not receive sonication.
Behavior of the animals after the treatment was also
monitored, and the results were compared between the
groups. In order to evaluate the safety of sonication
itself, histological analysis was performed on the epi-
lepsy-free animals to assess tissue or vascular damage at
different time points after the sonication.

Methods
Study overview
All procedures were carried out in accordance with the
ethical and safety rules set forth by the Institutional
Animal Care and Use Committee of Harvard Medical
School (protocol # 04608). Male Sprague-Dawley rats
(280 ± 24 g prior to the epilepsy induction; n = 27)
were randomly divided into three groups. Those in
Group 1 (induction of acute epilepsy via PTZ injection)
were treated with FUS sonication on the brain after
PTZ-administration (n = 9: noted as ‘PTZ(+)/FUS(+)’).
This group allowed us to investigate the effects of soni-
cation on an acute seizure model. Group 2 (PTZ
injected rats without sonication; n = 9: noted as ‘PTZ
(+)/FUS(-)’) provided a control condition to evaluate the
EEG features of PTZ-induced epilepsy in the absence of
sonication. Group 3 (n = 9) underwent sonication with-
out the epilepsy induction (noted as ‘PTZ(-)/FUS(+)’) to
provide another condition that was aimed to examine
the presence of potential tissue damage imposed by the
ultrasound. Group 3 allowed us to investigate the biolo-
gical effects of FUS alone without the potential con-
founding effects associated with PTZ-induced neural
damage. EEG measurements were not obtained from the
non-epileptic animals in Group 3 since they were used
solely to assess the extent of potential tissue damage
imposed by sonication.

Focused ultrasound sonication setup
An air-backed, spherical segment ultrasound transducer
(diameter: 6 cm; radius-of-curvature: 7 cm) operating at
a fundamental frequency of 690 KHz was used. This fre-
quency is applicable for transcranial applications whereby
the frequency range of 440 to 700 KHz has an optimal
transmission gain through the ex vivo human skull
[21,22]. The transducer was actuated by an electrical sig-
nal generated by a function generator (Agilent, Santa
Clara, CA) which was concurrently amplified using a
power amplifier (403LA, ENI Inc, Rochester, NY). The
acoustic power generated for the given electrical signal as
well as its spatial distribution were measured by a cali-
brated needle hydrophone (HNR500, ONDA, Sunnyvale,
CA) mounted on a high-resolution 3-axis robotic stage
(BiSlides, Velmex, Bloomfield, NY). The acoustic focus
was roughly cigar-shaped and measured 3.5 mm in dia-
meter and 6.2 mm in length at the full-width-at-half-
maximum (FWHM) of the acoustic pressure field. We
estimated the pressure amplitude after taking into
account ultrasound attenuation through the rodent skull
in situ (~ 87% of incoming sonication intensity; [23]).
The sonication parameters were controlled by soft-

ware that changes the output pattern of the electrical
signals from the function generator via a direct USB
link (Sonomo, SensMed, Newton, MA). Based on our
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previous investigation into the suppressive effects of
sonication on the rabbit brain [15,16], the following
sonication parameters were used in the present study:
0.5 ms for the tone burst duration (TBD), 100 Hz for
the pulse repetition frequency (PRF), and 130 mW/cm2

(Ispta) for acoustic intensity (expressed as power per unit
area). The number of pulse trains determined the dura-
tion of sonication, and Ispta was computed by a pulse
intensity integral (PII) at the pulse repetition frequency.
PII was estimated from the integral of the square of
instantaneous pressure divided by the characteristic
acoustic impedance [24]. This intensity value corre-
sponded to 2.6 W/cm2 in terms of spatial-peak pulse-
average intensity (Isppa). The maximum peak negative
pressure (MaxPn in Pascal: Pa) at this parameter value
was measured to be 0.27 MPa, which implies that
damage to the tissue due to the pressure wave is highly
unlikely [13]. Cavitation-related brain tissue damage, in
the absence of air bubbles, is rare at pressures less than
40 MPa [25]. The mechanical index (MI), which is
defined as the MaxPn of a longitudinal ultrasound wave
propagating in a uniform medium divided by the square
root of its center frequency, is used as the first-order
limit to describe the safety of ultrasound devices. The
MI of the present study (0.33) is also sufficiently low
relative to the regulatory-limit for ultrasound procedures
(i.e., 1.9 for all applications except ophthalmic (maxi-
mum 0.23); [26]). Additionally, our MI of 0.33 is less
than the threshold for the blood-brain barrier (BBB) dis-
ruption in the presence of injected microbubbles (e.g.,
MI of 0.47; [27]). Without microbubbles to amplify the

effects of acoustic pressure, the BBB is hardly disrupted,
even at much higher acoustic intensities [27].
The FUS sonication apparatus is displayed in Figure 1A.

The transducer was mounted on the 3-axis positioning
system (UniSlides, Velmex, Bloomfield, NY) and was sub-
merged in degassed water. The animal was laid supine on
a plastic tray mounted above the system, and the head was
partially submerged into an oval hole that opened into a
bag of degassed water to secure an uninterrupted path
from the transducer to the targeted tissue. To provide the
same experimental stress conditions across all groups, the
animals in Groups 2 and 3 underwent the same physical
restraint method as did the epileptic animals in Group 1.
The animal’s head and body were gently restrained using
tapes to prevent potential movement-related EEG artifacts.
Prior to the animal experiment, the coordinates of the
acoustic focus were positioned at the center of an oval
hole under the metric guidance of the stereotactic coordi-
nates of rats [28]. Since PTZ typically induces neuronal
excitation across the whole brain volume with dominant
hyper-excitability in the thalamic areas [19,29,30], the
sonication focus was targeted to the thalamus (about 5
mm deep from the surface, along the midline, and 2 mm
posterior to the bregma; cf. Figure 1B). Specifically, the
sonication focus and the beam path were large enough to
affect most of the thalamic areas.

Animal preparation and pre-epilepsy EEG setup
Food and water were provided ad libitum to animals that
were in a controlled day/night condition (12 hr/12 hr).
All animals were anesthetized with an intraperitonial

Figure 1 A diagram of the experimental apparatus and the topographical arrangement of the sonication path and electrodes. (A) The
transducer was mounted on a 3-axis stereotactic positioning system and submerged in degassed water. The coordinates of the acoustic focus
were controlled under the metric guidance of the stereotactic coordinates of the rat brain, which were marked on a plastic plate. After
localization of the acoustic focus, the animal was laid supine on a plastic tray that was mounted above the system. The head was partially
submerged in an oval hole that opened into a bag of degassed water in order to secure an uninterrupted beam profile from the transducer to
the targeted tissue. (B) Schematic diagram of the positions of bilateral subdermal EEG electrodes (marked as small blue circles) relative to the
area of the sonication beam path (marked as a red circular boundary) on the rat skull as well as to the sonication focus (marked as a solid red
circle).
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injection of xylazine (10 mg/kg) and ketamine (80 mg/
kg). A pair of thin (~200 μm in diameter) Ag/AgCl elec-
trodes (SWE Ives EEG Solution, Canada) was subder-
mally introduced into both left and right brain regions;
the topographical position of these two electrodes was 6
mm lateral to the midline and 1 mm posterior to the
bregma under the stereotactic guidance (small animal
stereotaxic frame: SAS-4100, ASI instruments, Warren,
MI; cf. Figure 1B; [28]). Since direct sonication of the
electrode itself can potentially introduce significant con-
founding signals to the measured EEG and may also
cause a rise in local tissue temperature due to the absorp-
tion of ultrasound energy (which is highly unlikely due to
the use of a low acoustic energy of 130 mW/cm2 Ispta),
the electrodes were positioned away from the incident
sonication path as well as the sonication focus (cf. Figure
1B). Given the depth of the sonication focus (5 mm from
the surface) and the relatively flat skull surface (perpendi-
cular to the incident sonication beam), the radius of the
sonication beam on the skull was calculated to be 2.4
mm by a trigonometric relationship of the transducer
geometry (i.e., R = depth at the focus × tan(arcsin(half of
outer diameter of the segmented transducer/radius-of-
curvature)). The electrodes, placed subdermally, were
positioned away from the sonication focus that was inside
the brain. Another electrode was positioned at the tip of
the ear as a ground electrode. The EEG signal was ampli-
fied (PowerLab 8/30, AD Instrument, CO) and recorded
(LabChart 7, AD Instrument, CO) at a sampling rate of
1000 Hz. The EEG signal was recorded for ten minutes
to establish the baseline condition (noted as ‘Block-A’ in
Figure 2 and ‘Baseline’ in Figures 2 and 4).

Induction of epilepsy and FUS sonication
45 mg/kg (based on animal weight) of PTZ prepared in
0.4 mL of normal saline was administered to the animals
in Groups 1 and 2 via intraperitonial injection. EEG was
subsequently acquired for ten minutes (noted as ‘Block-
B’ or ‘Pre-FUS’ in Figure 2) after there was significant
evidence of the epileptic behaviors (e.g., bilateral fore-
paw-twitches). The first dose of FUS sonication was

then delivered to the animals for three minutes (noted
as ‘Block-C’ or ‘FUS1’ in Figure 2). The EEG signals
were measured after the first sonication for additional
ten minutes (noted as ‘Block-D’ or ‘Post1’ in Figure 2).
The second dose of FUS sonication was then adminis-
tered to the animals (noted as ‘Block-E’ or ‘FUS2’ in
Figure 2) for additional three minutes, followed by EEG-
monitoring for another ten minutes (noted as ‘Block-F’
or ‘Post2’ in Figure 2). Upon the completion of the pro-
cedure, the animal was returned back to the cage for
behavioral monitoring that was resumed on the follow-
ing day.

Behavioral monitoring
Behavioral monitoring was performed to evaluate the
effects of sonication on epileptic behavior. The posture
of the animal was evaluated for two weeks using the
established Racine scoring system [31], and evaluation
was performed at the same time on each day (i.e.,
between 10 am-11 am on Days 0-3, 5, 7, 10 and 14).
During this period, the body weight was also monitored
for excessive weight loss (i.e., more than 10% of original
body weight).

Histological analysis
The biological effect of sonication was examined from a
separate group of rats (Group 3: n = 9) which did not
undergo PTZ injection. The same experimental proce-
dures were conducted to Group 3 as the other groups
with the exception of PTZ injection. The acute effect of
FUS sonication was examined from three animals that
were sacrificed immediately after the procedure. The
remaining six animals in Group 3 were allowed to sur-
vive after the FUS for either one week (n = 3) or three
weeks (n = 3) to monitor any adverse behavioral
changes associated with the procedure. The extracted
brain was fixed with systemic circulation of formalde-
hyde (4% formaldehyde in phosphate buffered saline).
For the preparation of the histological samples, the tis-
sue was cut in the plane perpendicular to the sonication
path. Haematoxylin and eosin (H&E) staining was used

Figure 2 Flowchart of the EEG acquisition and FUS sonication. Block-A represents the baseline period. The baseline EEG was recorded for
ten minutes after the EEG signals stabilized following the administration of anesthesia. Block-B (named as ‘Pre-FUS’) indicates the time-interval
after observing significant evidence of ictal behavior (e.g., bilateral forepaw-twitches) and just before the first sonication. Block-C represents the
three-minute period of the first sonication (named as ‘FUS1’), and Block-E represents the second three-minute sonication interval (named as
‘FUS2’). Block-D represents the time-interval after the first sonication (named as ‘Post1’), and Block-F represents the time-interval after the second
sonication (named as ‘Post2’).
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to assess potential hemorrhaging or microscopic tissue
damages. The presence of DNA fragmental damage was
probed by the terminal deoxynucleotidyl transferase-
mediated dUTP-biotin nick end labeling (TUNEL) assay
using the in situ cell death detection kit (Roche, India-
napolis, IN) developed using Cy2-conjugated streptavi-
din (1:500; Jackson Lavoratoried, West Grove, PA). The
nucleus was counterstained with diamidino-2-phenylin-
dole (DAPI). The slides were then examined under a
light/fluorescence microscope (ELIPSE 80i, Nikon,
Tokyo, Japan).

EEG data analysis
We assessed both raw EEG and its theta-band activity.
To analyze EEG data in the frequency domain, band-
pass digital filtering was applied. The band-pass filter
was implemented as a linear phase Finite Impulse
Response (FIR) filter and was designed using the win-
dow method with a Kaiser window [32], giving pass and
stop band ripples of less than 0.5%. The transition width
of filtering was set to 20% of the cut-off frequency. The
cut-off frequency was the frequency where the output
amplitude falls to half the input amplitude (-6 dB). The
cut-off frequency ranging from 4 to 8 Hz (i.e., theta-
bands) was selected for spectral analysis since progres-
sive increments of theta activity has been reported dur-
ing PTZ-induced epilepsy [33,34]. It has also been
suggested that theta-like slow waves are associated with
epileptiform discharges [35]. Although the subdermal
electrode was not generally susceptible to the facial or
paw twitches associated with epileptic activity, the spur-
ious signal fluctuations exceeding 200 μV were excluded
from further analysis.
A qualitative assessment was confirmed by a detailed

quantitative analysis of the observed epileptic spikes. An
automated algorithm was used to detect and count the
number of peaks in the raw EEG signal after thresholding
the signal amplitude within each time block (A to F as
described above and shown in Figure 2). The threshold
was set to a value greater than 4.75 standard deviations
from the individual baseline EEG activity (corresponds to
the detection of deviant signal peaks with one-tailed
probability < 10-6; assuming normal probability distribu-
tion in EEG noise pattern during the baseline state). This
provided the ability to discriminate PTZ-induced epilep-
tic bursts of EEG activity from standard baseline signal
fluctuations. The number of detected peaks was counted
in every one-minute segment and averaged across the
monitoring period. Regarding the analysis of the theta-
band EEG activity, the number of peaks exceeding the
threshold was counted using the same algorithm as in
the raw EEG analysis.
For statistical analyses, an independent two-sample

t-test (one-tailed) was performed on the number of

threshold-exceeding EEG peaks comparing the Group 1
and Group 2. The t-test was also employed for compar-
ing Racine scores between the two groups. The number
of threshold-exceeding EEG signal bursts was also com-
pared within each animal. In this case, a paired t-test
(one-tailed) was applied. In order to compare body
weights of the animals between groups after the sonica-
tion periods, a repeated-measures ANOVA was per-
formed while covarying for the individual body weight
measured before the experiment.

Results
EEG data
Exemplary EEG data acquired from one animal within
each group (Groups 1 and 2) are shown in Figure 3,
whereby both unfiltered EEG recordings and theta-band
activity are displayed. Prior to the PTZ injection, there was
no apparent detection of epileptic EEG signal bursts (see
‘Baseline’ in Figure 4). Within approximately ten minutes
after the administration of PTZ, epileptic signal bursts
were observed in their EEG recordings (see red boxes in
Figure 3 and ‘Pre-FUS’ in Figure 4). As demonstrated in
Figure 3A (see the upper blue box compared to the upper
red box), the number of EEG bursts in the FUS-treated rat
appeared to be reduced after the first sonication (noted as
‘FUS1’), but remained steady in the epileptic rat that did
not receive the sonication (cf. Figure 3B and Figure 4A).
After the second sonication (noted as ‘FUS2’), the number
of bursts was further reduced compared to the number
obtained during and after the first sonication (see the
upper green box compared to the previous red and blue
ones in Figure 3A), whereas the control epileptic rat still
showed a greater number of bursts throughout the entire
monitoring period (cf. Figure 3B and Figure 4A). The EEG
signals in the theta-bands showed similar trends as the
unfiltered signals (cf. Figure 4B).

Between-group effect
Prior to the injection of PTZ, the EEG recordings did
not show any significant differences between the two
PTZ groups (t(16) = 0.430, n.s.). After the PTZ-injec-
tion, both groups manifested a dramatic increase in the
number of epileptic signal bursts, without any significant
group differences (t(16) = -0.321, n.s.). Immediately after
the first sonication (i.e., ‘Post 1’), however, the number
of epileptic EEG bursts decreased in the sonicated group
(t(16) = -1.74, p < 0.05). As shown in Figure 4A, this
suppressive effect (note the significant differences indi-
cated by green brackets in Figure 4A) was maintained
during and after the second sonication (’FUS2’: t(16) =
-2.03, p < 0.05; ‘Post2’: t(16) = -1.72, p < 0.05).
As for the analysis of EEG theta activity, there were

no significant differences between the two groups prior
to the first sonication (’Baseline’: t(16) = -0.754, n.s.;
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Figure 3 The sample time-courses of EEG recordings from the test groups. The representative example of EEG recordings from PTZ-
induced epileptic rats (A) with sonication and (B) without sonication. In each EEG dataset, the upper signals represent unfiltered (raw) EEG data,
and the lower signals show their corresponding theta-band activity. The insets of magnified windows represent EEG samples for 30 seconds in
each highlighted time-window. Red boxes indicate an interval before the first sonication period, blue boxes indicate an interval between the first
and the second sonication periods, and green boxes indicate an interval after the second sonication period. Note the changes in raw EEG spikes
before, during, and after the sonication in the FUS-treated rat (see the upper red, blue and green boxes in (A)). The ictal activity during the pre-
sonication period started to diminish along with each of the two sonication sessions (marked with gray boxes; FUS1-2) and was effectively
suppressed after the second sonication (see the upper green box in (A)). Vertical scale bars indicate 100 μV in raw EEG signals and 20 μV in
theta activity. Horizontal scale bars indicate a one-minute time scale (ten seconds for the insets).
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‘Pre-FUS’: t(16) = -0.355, n.s.). However, there were sig-
nificant reductions in the number of EEG theta bursts
in the sonicated group after the second sonication
(’Post2’: t(16) = -1.98, p < 0.05; see the green bracket in
Figure 4B). Compared to the second sonication, the first
sonication did not have any significant impact on redu-
cing the number of EEG bursts in the theta-bands
(’Post1’: t(16) = -0.790, n.s.).

Within-group effect
As shown in Figure 4A (see red brackets), the number
of epileptic EEG bursts within the FUS-treated group

was significantly reduced after the first sonication period
(’Post1’: t(8) = 2.26, p < 0.05) compared to the pre-soni-
cation period (’Pre-FUS’). The degree of reduction was
even greater during and after the second sonication per-
iod (up to 74.5%; ‘FUS2’: t(8) = 1.91, p < 0.05; ‘Post2’: t
(8) = 2.58, p < 0.05). In the FUS-treated group, the
number of epileptic signal bursts in the raw EEG data
was further reduced after the second sonication com-
pared to the number observed during and after the first
sonication (’FUS1’ vs. ‘Post2’: t(8) = 2.73, p < 0.05;
‘Post1’ vs. ‘Post2’: t(8) = 2.55, p < 0.05). Compared to
the pre-sonication period, the number of threshold-
exceeding EEG theta peaks was significantly reduced
during (63.0% reduction) and after (up to 68.5% reduc-
tion) the second sonication (’FUS2’: t(8) = 2.81, p <
0.05; ‘Post2’: t(8) = 3.14, p < 0.01). In contrast, the num-
ber of detected signal bursts within the unsonicated epi-
leptic group for both raw and theta EEG activity
remained constant during the entire monitoring period
(compared to the period of full-fledged epileptic EEG
bursts, which corresponds to ‘Pre-FUS’; all n.s.). We
observed that the occurrence of threshold-exceeding
raw EEG bursts after the two sonication periods did not
completely recover to the pre-PTZ injection state (i.e.,
the baseline period; t(8) = -2.83, p < 0.05), whereas the
number of threshold-exceeding EEG theta bursts
returned back to the state prior to epilepsy induction (t
(8) = -1.55, n.s.).

Behavioral and histological data
The Racine scores that were measured on the day after
the experiment were significantly lower in the FUS-trea-
ted group than those of the unsonicated epileptic group
(t(15) = -2.41, p < 0.05; Group 1: 0.33 ± 0.18, Group 2:
1.13 ± 0.30). This distinction disappeared while the
Racine scores indicated the non-epileptic state after Day
2 (t(15) = -1.75, n.s.; Group 1: 0 ± 0, Group 2: 0.13 ±
0.13). It suggests that both groups recovered from the
acute epilepsy induction by PTZ. The body weight of
the animal, which is an indicator of the long-term sever-
ity of epilepsy, was shown to be indifferent between the
sonicated and unsonicated group (F(1,14) = 0.617, n.s.).
Histological analysis performed on Group 3, indicated
that no detectable tissue damage was observed after the
FUS sonication. Based on TUNEL staining, there was no
apparent indication of DNA fragmentation in the brain
tissue located at or near the sonicated sites (cf. Figure 5)
throughout the monitoring period (up to three weeks).
To further examine the presence of apoptosis, the direct
assessment of caspases (or cysteine-aspartic proteases)
activity is needed [36]. Visual and histological (H&E)
inspection did not show any observable brain tissue
damage in close proximity to the electrodes, which were
located subdermally above the skull.

Figure 4 Analysis of epileptic EEG signal bursts. (A) Comparison of
the average number of threshold-exceeding raw EEG peaks (greater
than 4.75 standard deviations from the individual baseline activity of the
raw EEG data) between the FUS-treated and untreated groups. (B)
Comparison of the average number of EEG theta peaks exceeding the
absolute magnitude above the threshold (4.75 standard deviations from
the individual baseline theta activity) between the same two groups. Red
bars indicate Group 1 (the FUS-treated PTZ group: PTZ(+)/FUS(+)), and
blue bars indicate Group 2 (the untreated epileptic group: PTZ(+)/FUS(-)).
As shown in both graphs, there were no significant differences between
the two groups before the sonication. Red brackets indicate statistically
significant differences (p < 0.05) within the FUS-treated group, and green
brackets indicate statistically significant differences between the two
groups. Error bars indicate standard errors of the mean.
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Discussion
Our results reveal that low-intensity, pulsed FUS sonica-
tion suppressed the number of epileptic signal bursts
observed in EEG recordings after the induction of acute
epilepsy via intraperitoneal injection of PTZ. The pre-
sence of the suppressive effect was found in terms of
the number of epileptic EEG spikes from the analysis of
the unfiltered (Figure 4A) and theta-band (Figure 4B)
EEG activity. FUS-mediated reduction of epileptic EEG
activity was most notably observed in the theta band.
EEG theta activity has also been consistently reported to
have a positive correlation with the level of epilepsy
[33-35]. Thus, our findings may offer more information
with regard to the possible mechanisms involved in the
reduction of epileptic activity (for example, the region-
specific efficacy of FUS and its manifestation in theta
band activity). The assessment of EEG patterns asso-
ciated with sonication, in the absence of induced epi-
lepsy, will offer rich information on the excitatory or
inhibitory influence of FUS on neural circuitry, and it

will provide more information on the applicability of
FUS to non-pathological conditions. We also found that
the second sonication session further enhanced the sup-
pressive effect beyond that of the first sonication ses-
sion. Based on the analysis of the Racine scores, it
consistently appears that the FUS-treated group recov-
ered from an epileptic state more quickly than the unso-
nicated group.
Taken together, these findings suggest that transcra-

nial FUS sonication provided a significant suppressive
effect on PTZ-induced epileptic activity in rats. These
observations are in good agreement with previous stu-
dies on the temporary suppression of spontaneous activ-
ity in the excised crayfish ventral nerve cord [37] and
on the suppression of visual activity in cats mediated
through insonication of non-focused ultrasound [14].
Although the inferior colliculus of rats is responsive to
ultrasound [38] and can even induce audiogenic seizures
[39,40], our observations are unlikely to be associated
with the auditory responsiveness of the inferior collicu-
lus of rats to ultrasound frequencies. This is because the
ultrasound frequency of the present study (e.g., 690
KHz) was far greater than the audible range (applicable
to rodents, approximately 30 to 70 KHz) of ultrasound
frequencies in which the maximal responsiveness of the
inferior colliculus of rats was observed [38]. Generally,
the rodent species used in this study can process ultra-
sound up to approximately 80 KHz [41-43].
Since epileptic activity is caused by abnormally exces-

sive or synchronous neural activity in the brain [44], and
synaptic contacts could potentially be disrupted by ultra-
sound waves [45], FUS sonication might reduce the pro-
pagation of epileptic discharges across the brain.
Alternatively, a different hypothesis can be put forth to
explain our findings: FUS sonication may have caused a
reduction in epileptic EEG activity by regulating thalamic
GABAergic inhibitory neurons implicated in epilepsy
[46]. Evaluation of the extracellular neurotransmitter
levels (such as GABA) may offer useful information to
clarify some of these hypotheses through the use of
microdialysis techniques that assay various types of neu-
rotransmitters directly from the brain [47].
Although little is known about the detailed mechan-

ism underlying FUS-mediated neuro-modulation, it has
long been reported that ultrasound can significantly
affect the neurophysiology of in vitro local neural circui-
try [48,49]. Gavrilov et al. [12] reported that the main
effect of FUS in stimulating neural structures is due to
mechanical force that could produce alterations in
membrane potential, thus resulting in the stimulation of
neural structures. It has also been proposed that ultra-
sound sonication may influence membrane fluidity, tur-
bidity and permeability [50,51]. Accordingly, the activity
of ion-channels or receptors on the membrane can be

Figure 5 Examples of histology from the sonicated brain area.
Exemplary histological data obtained from Group 3 (PTZ(-)/FUS(+)).
(Left column) H&E staining results and (Right column) TUNEL
staining results (DAPI in blue, apoptotic cell in green) from (A) a
sonicated thalamic site, (B) the cortex above the sonicated thalamus
in the FUS beam path, and (C) an unsonicated posterior cortex.
Note the absence of apoptotic DNA-damaged cells in all of the
examined locations.

Min et al. BMC Neuroscience 2011, 12:23
http://www.biomedcentral.com/1471-2202/12/23

Page 8 of 12



influenced by ultrasound sonication [49], and the trans-
membrane concentrations or passage of ions or neuro-
transmitters can be subsequently altered. FUS-mediated
structural alterations in soma/axonal/dendritic connec-
tions may also have attributed to our findings and thus
requires further investigation.
It has been consistently reported that ultrasound soni-

cation activates voltage-gated Na+ and Ca2+ channels
[13] and that a FUS-mediated mechanical force can acti-
vate several mechano-sensitive ion channels, allowing
cation entry [52-55] and resulting in alterations in mem-
brane potential [12]. Therefore, FUS-mediated dysfunc-
tion of functional molecules, such as cell membrane
transporters that are sensitive to trans-membrane ion-
concentrations, may lead to biochemically altered states
in the sonicated area. For example, activation of the ser-
otonin transporter (SERT) is modulated by the trans-
membrane gradient of Na+ and K+ [56], and trans-mem-
brane ion concentrations are potentially altered by FUS
sonication. Consequently, abnormal SERT activity, pos-
sibly by FUS sonication, may actuate a change in the
extracellular level of serotonin (5-HT).
In terms of biological safety, it is noteworthy that ultra-

sound sonication can potentially generate free radicals
[57,58]. For example, ultrasound sonication can decom-
pose water into hydrogen and hydroxyl radicals [59].
These free radicals, although short-lived, are extremely
unstable and can react easily with other surrounding bio-
logical molecules, possibly resulting in tissue damage and
inflammatory response [60]. However, these free radicals
are typically produced at high acoustic intensities that are
associated with cavitation [61]. Since the current study
uses an acoustic intensity much lower than those that pro-
duce cavitation and free radicals, sonication in the present
study is unlikely to adversely affect the brain tissue.
As shown in the histological results (cf. Figure 5), the

sonication employed in the present study did not cause
any inadvertent biological damage to the target region.
The intensity of sonication used in the present study
was 130 mW/cm2 (Ispta), which is far less than the
upper regulatory limit for non-obstetric ultrasound ima-
ging (720 mW/cm2; [62]). It has been reported that
when a short duration of sonication (5 sec) is used,
ultrasound intensity up to 430 W/cm2 (at 936 KHz) can
be applied without inducing mechanical damages to the
brain tissue [63]. The MI of the present study was 0.33,
which is sufficiently within the range of safety guidelines
(i.e., 1.9; [26]). Collectively, our sonication parameters
are all within the range of safety guidelines for clinical
ultrasound imaging and demonstrate a significant reduc-
tion of epileptic activity characterized in EEG and beha-
vioral monitoring.
The present study has several technical limitations to

overcome. First of all, since the intraperitoneal injection

of PTZ elicits hyper-excitability over the distributed
regions of the brain, region-specific anti-epileptogenic
effects of FUS were not demonstrated. In order to
examine the utility of FUS in suppressing region-specific
epileptogenic activity, a regional chemical kindling
model such as an intracortical injection of kainic acid
(KA) can be adopted to induce focal epileptic lesions in
an animal model. KA induces nonconvulsive status epi-
lepticus, followed by the chronic occurrence of sponta-
neous recurrent seizures and massive hippocampal
damage [64-66]. The regional application of FUS to a
KA-kindled epileptogenic focus for probing its potential
utility in the treatment of chronic focal epilepsy consti-
tutes one of our future subjects of investigation.
Another technical limitation of the study is the spatial

error introduced while positioning the sonication focus.
There are several sources that can contribute to poten-
tial spatial error while targeting the sonication focus to
the thalamic area. These sources include the inherent
mechanical repositioning error of the mechanical 3-axis
stage that mounted the transducer as well as spatial
error associated with acoustic field distortion during
transcranial FUS application. Since these sources typi-
cally introduce errors that are significantly smaller than
the acoustic focus, the major source of spatial error dur-
ing positioning of the focus can be traced to the use of
an external anatomical landmark, i.e., the ear canal and
associated inter-aural lines, during stereotactic position-
ing of the animal with respect to the sonication appara-
tus. Based on the work by Rubins et al. [67], the
potential spatial error associated with the procedure can
be estimated to be on the order of 0.5 mm, which is
approximately 15% of the short-axis diameter of the
FUS focus (3.5 mm in diameter). The characterization
of the exact location and size of the sonication focus in
the brain would clearly improve the spatial accuracy of
sonication delivery. The use of magnetic resonance ima-
ging (MRI) enables an elaborate spatial guidance system
for the application of focused acoustic energy to a
defined anatomical location [11,68,69]. For example, an
MRI-compatible stereotactic positioning system [70,71]
would allow users to track the coordinates of the sonica-
tion focus. Localization of the sonication focus can also
be accomplished by the guidance of acoustic radiation
force impulse (ARFI) imaging which can visualize the
degree of acoustic force imposed on tissues without the
generation of heat [72-74].
It is also noteworthy that FUS can elicit neuronal sti-

mulation with different sets of FUS-parameters (i.e.,
TBD = 50 msec, PRF = 10 Hz in rabbits or TBD = 0.4
msec, PRF = 1500 Hz in rats, and both achieved at a
higher acoustic intensity of Ispta 4~6 W/cm2; unpub-
lished data). Therefore, it is reasonable to predict that
FUS could further exacerbate neuronal hyperactivity in
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epilepsy. Accordingly, further studies on parameter-
dependent efficacy of the method and careful selection
of the sonication parameters are needed to develop
appropriate treatment guidelines.
FUS-mediated region-specific functional neuro-modu-

lation promises new, powerful ways to study brain func-
tion and brain-behavior relations. As a result, we
anticipate that this technique may influence the develop-
ment of new modalities for neurotherapeutic treatments
across a wide clinical range. For instance, neurological
conditions that are associated with subcortical structures
(i.e., pain and movement disorders related to abnormal-
ities in the thalamus and elements of the limbic system)
may potentially benefit from FUS due to its ability to
reach deep brain regions in a non-invasive way. Simi-
larly, the modulatory effects of FUS can be utilized to
modify aberrant brain activity and neurotransmission
associated with various psychiatric conditions, such as
depression or post-traumatic stress disorder.

Conclusions
In summary, our findings provide compelling evidence
that FUS sonication holds promise as an elegant non-
invasive therapeutic tool to suppress epileptic activity.
Since FUS-mediated transcranial thermal ablation of
human brain tumors [75] and functional neurosurgical
applications using targeted lesions in the thalamus [76]
have already been accomplished using a commercially-
available transcranial FUS prototype, the translation of
the technique to human application would not encoun-
ter significant technical barriers. Further refinement of
the sonication parameters and subsequent exploration of
selective functional neuro-modulation will be needed to
disseminate the technique across a wide range of
research and clinical fields.

Acknowledgements and Funding
Editorial support by Mathew Marzelli and experimental support by Dr. Po-
Song Yang are gratefully acknowledged. Authors gratefully acknowledge the
support from the Focused Ultrasound Foundation, the Gerald J. and Dorothy
R. Friedman Foundation for Medical Research and the Center for Integration
of Medicine and Innovative Technology.

Author details
1Department of Radiology, Brigham and Women’s Hospital, Harvard Medical
School, Boston, MA, USA. 2The Semel Institute for Neuroscience and Human
Behavior, David Geffen School of Medicine, University of California, Los
Angeles, CA, USA. 3Department of Physical Medicine & Rehabilitation, Hallym
University Sacred Heart Hospital, Medical College of Hallym University,
Anyang, Korea. 4Institute of Catholic Integrative Medicine (ICIM), Incheon
Saint Mary’s Hospital, The Catholic University of Korea, Incheon, Korea.

Authors’ contributions
BM carried out sonication experiment using animal model of acute epilepsy,
conducted the data analysis and prepared the manuscript. KJ and YZ
participated in the development of protocols for animal acute epilepsy
model, and drafted the manuscript. KF prepared the histological sections
while IM, SP, and YC performed the immunohistological analysis. AB
participated in the design of the study and helped to draft the manuscript.

SY conceived of the study, and participated in its design and coordination
as well as in the preparation of the manuscript. All authors read and
approved the final manuscript.

Authors’ information
Author AB is a founder and stockholder of Brainsonix, a California
Corporation. The remaining authors have no conflicts of interest.

Received: 20 October 2010 Accepted: 6 March 2011
Published: 6 March 2011

References
1. Banerjee PN, Hauser WA: Incidence and prevalence. In Epilepsy: A

Comprehensive Textbook. Second edition. Edited by: Engle J, Pedley TA.
Philadelphia: Lippincott-Raven; 2008:45-56.

2. Loscher W: Current status and future directions in the pharmacotherapy
of epilepsy. Trends Pharmacol Sci 2002, 23(3):113-118.

3. Cascino GD: Surgical treatment for epilepsy. Epilepsy Res 2004, 60(2-
3):179-186.

4. Theodore WH, Fisher R: Brain stimulation for epilepsy. Acta Neurochir Suppl
2007, 97(Pt 2):261-272.

5. Cascino GD, Sharbrough FW, Trenerry MR, Marsh WR, Kelly PJ, So E:
Extratemporal cortical resections and lesionectomies for partial epilepsy:
complications of surgical treatment. Epilepsia 1994, 35(5):1085-1090.

6. Wagner T, Valero-Cabre A, Pascual-Leone A: Noninvasive human brain
stimulation. Annu Rev Biomed Eng 2007, 9:527-565.

7. Theodore WH: Transcranial Magnetic Stimulation in Epilepsy. Epilepsy Curr
2003, 3(6):191-197.

8. Rotenberg A, Bae EH, Muller PA, Riviello JJ Jr, Bourgeois BF, Blum AS,
Pascual-Leone A: In-session seizures during low-frequency repetitive
transcranial magnetic stimulation in patients with epilepsy. Epilepsy
Behav 2009, 16(2):353-355.

9. Kobayashi M, Pascual-Leone A: Transcranial magnetic stimulation in
neurology. Lancet Neurol 2003, 2(3):145-156.

10. Nitsche MA, Paulus W: Noninvasive brain stimulation protocols in the
treatment of epilepsy: current state and perspectives. Neurotherapeutics
2009, 6(2):244-250.

11. Jolesz FA, Hynynen K, McDannold N, Tempany C: MR imaging-controlled
focused ultrasound ablation: a noninvasive image-guided surgery. Magn
Reson Imaging Clin N Am 2005, 13(3):545-560.

12. Gavrilov LR, Tsirulnikov EM, Davies IA: Application of focused ultrasound
for the stimulation of neural structures. Ultrasound Med Biol 1996,
22(2):179-192.

13. Tyler WJ, Tufail Y, Finsterwald M, Tauchmann ML, Olson EJ, Majestic C:
Remote excitation of neuronal circuits using low-intensity, low-
frequency ultrasound. PLoS One 2008, 3(10):e3511.

14. Fry FJ, Ades HW, Fry WJ: Production of reversible changes in the central
nervous system by ultrasound. Science 1958, 127(3289):83-84.

15. Yoo SS, Lee JH, Fischer K, Zhang Y, Bystritsky A, McDannold N, Jolesz FA:
Non-invasive regional modulation of brain function by focused
ultrasound. Proceedings of Society for Neuroscience; 2009, 105.111.

16. Yoo SS, Lee JH, Fischer K, Zhang Y, Bystritsky A, McDannold N, Jolesz FA:
FUS-mediated reversible modulation of region-specific brain function.
Proceedings of MRgFUS 2008, 10.

17. Psarropoulou C, Matsokis N, Angelatou F, Kostopoulos G:
Pentylenetetrazol-induced seizures decrease gamma-aminobutyric acid-
mediated recurrent inhibition and enhance adenosine-mediated
depression. Epilepsia 1994, 35(1):12-19.

18. Oghlakian RO, Tilelli CQ, Hiremath GK, Alexopoulos AV, Najm IM: Single
injection of a low dose of pentylenetetrazole leads to epileptogenesis in
an animal model of cortical dysplasia. Epilepsia 2009, 50(4):801-810.

19. Brevard ME, Kulkarni P, King JA, Ferris CF: Imaging the neural substrates
involved in the genesis of pentylenetetrazol-induced seizures. Epilepsia
2006, 47(4):745-754.

20. Ekstrand JJ, Domroese ME, Johnson DM, Feig SL, Knodel SM, Behan M,
Haberly LB: A new subdivision of anterior piriform cortex and associated
deep nucleus with novel features of interest for olfaction and epilepsy. J
Comp Neurol 2001, 434(3):289-307.

21. White PJ: Transcranial focused ultrasound surgery. Top Magn Reson
Imaging 2006, 17(3):165-172.

Min et al. BMC Neuroscience 2011, 12:23
http://www.biomedcentral.com/1471-2202/12/23

Page 10 of 12

http://www.ncbi.nlm.nih.gov/pubmed/11879677?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11879677?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15380562?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17691312?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7925156?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7925156?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17444810?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17444810?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15346149?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19747883?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19747883?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12849236?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12849236?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19332316?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19332316?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16084419?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16084419?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8735528?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8735528?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18958151?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18958151?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13495483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13495483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8112233?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8112233?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8112233?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19396951?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19396951?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19396951?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16650141?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16650141?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11331530?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11331530?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17414073?dopt=Abstract


22. White PJ, Clement GT, Hynynen K: Longitudinal and shear mode
ultrasound propagation in human skull bone. Ultrasound Med Biol 2006,
32(7):1085-1096.

23. Kinoshita M, McDannold N, Jolesz FA, Hynynen K: Noninvasive localized
delivery of Herceptin to the mouse brain by MRI-guided focused
ultrasound-induced blood-brain barrier disruption. Proc Natl Acad Sci USA
2006, 103(31):11719-11723.

24. NEMA: Acoustic Output Measurement Standard for Diagnostic Ultrasound
Equipment. Washinton DC: National Electrical Manufactures Association; 2004.

25. Dalecki D: Mechanical bioeffects of ultrasound. Annu Rev Biomed Eng
2004, 6:229-248.

26. FDA: Guidance for Industry and FDA Staff - Information for
Manufacturers Seeking Marketing Clearance of Diagnostic Ultrasound
Systems and Transducers. Rockville, MD: U.S. Department of Health and
Human Services, Food and Drug Administration, Center for Devices and
Radiological Health; 2008.

27. Vykhodtseva N, McDannold N, Hynynen K: Progress and problems in the
application of focused ultrasound for blood-brain barrier disruption.
Ultrasonics 2008, 48(4):279-296.

28. Paxinos G, Watson C: The Rat Brain in Stereotaxic Coordinates. 5 edition.
Elsevier; 2004.

29. Van Camp N, D’Hooge R, Verhoye M, Peeters RR, De Deyn PP, Van der
Linden A: Simultaneous electroencephalographic recording and
functional magnetic resonance imaging during pentylenetetrazol-
induced seizures in rat. Neuroimage 2003, 19(3):627-636.

30. Keogh BP, Cordes D, Stanberry L, Figler BD, Robbins CA, Tempel BL,
Green CG, Emmi A, Maravilla KM, Schwartzkroin PA: BOLD-fMRI of PTZ-
induced seizures in rats. Epilepsy Res 2005, 66(1-3):75-90.

31. Racine RJ: Modification of seizure activity by electrical stimulation. II.
Motor seizure. Electroencephalogr Clin Neurophysiol 1972, 32(3):281-294.

32. Cherif S, Cullen KE, Galiana HL: An improved method for the estimation
of firing rate dynamics using an optimal digital filter. J Neurosci Methods
2008, 173(1):165-181.

33. Kubova H, Mockova M, Mares P: Midazolam suppresses spike-and-wave
rhythm accompanying three different models of epileptic seizures.
Physiol Res 1999, 48(6):491-500.

34. Zhou YD, Lee S, Jin Z, Wright M, Smith SE, Anderson MP: Arrested
maturation of excitatory synapses in autosomal dominant lateral
temporal lobe epilepsy. Nat Med 2009, 15(10):1208-1214.

35. Konopacki J, Golebiewski H, Eckersdorf B, Kowalczyk T, Bocian R: In vitro
recorded theta-like activity in the limbic cortex: comparison with
spontaneous theta and epileptiform discharges. Acta Neurobiol Exp (Wars)
2000, 60(1):67-85.

36. Yuan J, Shaham S, Ledoux S, Ellis HM, Horvitz HR: The C. elegans cell
death gene ced-3 encodes a protein similar to mammalian interleukin-1
beta-converting enzyme. Cell 1993, 75(4):641-652.

37. Fry WJ, Wulff VJ, Tucker D, Fry FJ: Physical factors involved in
ultrasonically induced changes in living systems: 1. Identification of non-
temperature effects. J Acoust Soc Am 1950, 22:867-876.

38. Brown AM: High levels of responsiveness from the inferior colliculus of
rodents at ultrasonic frequencies. J Comp Physiol 1973, 83:393-406.

39. Zrull MC, Coleman JR: Effects of tectal grafts on sound localization
deficits induced by inferior colliculus lesions in hooded rats. Exp Neurol
1997, 145(1):16-23.

40. Coleman JR, Gibson CJ, Fourqurean GD, Ross KC: Tectal graft modulation
of audiogenic seizures in Long-Evans rat. Exp Neurol 2000, 164(1):139-144.

41. Kelly JB, Masterton B: Auditory sensitivity of the albino rat. J Comp Physiol
Psychol 1977, 91(4):930-936.

42. Fay RR: Hearing in Vertebrates: a Psychophysics Databook. Winnetka, IL:
Hill-Fay Associates; 1988.

43. Warfield D: The study of hearing in animals. In Methods of Animal
Experimentation, IV. Edited by: Gay W. London: Academic Press; 1973:43-143.

44. Fisher RS, van Emde Boas W, Blume W, Elger C, Genton P, Lee P, Engel J Jr:
Epileptic seizures and epilepsy: definitions proposed by the International
League Against Epilepsy (ILAE) and the International Bureau for Epilepsy
(IBE). Epilepsia 2005, 46(4):470-472.

45. Borrelli MJ, Bailey KI, Dunn F: Early ultrasonic effects upon mammalian
CNS structures (chemical synapses). J Acoust Soc Am 1981,
69(5):1514-1516.

46. Schofield CM, Kleiman-Weiner M, Rudolph U, Huguenard JR: A gain in
GABAA receptor synaptic strength in thalamus reduces oscillatory

activity and absence seizures. Proc Natl Acad Sci USA 2009,
106(18):7630-7635.

47. Zuiderwijk M, Ghijsen WE: Monitoring amino acid neurotransmitter
release in the brain by in vivo microdialysis. Methods Mol Biol 1997,
72:239-250.

48. Bachtold MR, Rinaldi PC, Jones JP, Reines F, Price LR: Focused ultrasound
modifications of neural circuit activity in a mammalian brain. Ultrasound
Med Biol 1998, 24(4):557-565.

49. Rinaldi PC, Jones JP, Reines F, Price LR: Modification by focused
ultrasound pulses of electrically evoked responses from an in vitro
hippocampal preparation. Brain Res 1991, 558(1):36-42.

50. Sundaram J, Mellein BR, Mitragotri S: An experimental and theoretical
analysis of ultrasound-induced permeabilization of cell membranes.
Biophys J 2003, 84(5):3087-3101.

51. Dinno MA, Dyson M, Young SR, Mortimer AJ, Hart J, Crum LA: The
significance of membrane changes in the safe and effective use of
therapeutic and diagnostic ultrasound. Phys Med Biol 1989,
34(11):1543-1552.

52. Morris CE: Mechanosensitive ion channels. J Membr Biol 1990,
113(2):93-107.

53. Chakfe Y, Bourque CW: Excitatory peptides and osmotic pressure
modulate mechanosensitive cation channels in concert. Nat Neurosci
2000, 3(6):572-579.

54. Morris ME, Liske S: Ionic mechanisms of action of GABA on dorsal and
ventral root myelinated fibers: effects of K+ channel blockers. Can J
Physiol Pharmacol 1989, 67(10):1308-1314.

55. Nagasawa M, Kanzaki M, Iino Y, Morishita Y, Kojima I: Identification of a
novel chloride channel expressed in the endoplasmic reticulum, golgi
apparatus, and nucleus. J Biol Chem 2001, 276(23):20413-20418.

56. Halbach OvBu, Dermietzel R: Neurotransmitters: Serotonin.
Neurotransmitters and neuromodulators. Second edition. Weinheim,
Germany: WILEY-VCH; 2006, 132-142.

57. Feril LB Jr, Kondo T: Biological effects of low intensity ultrasound: the
mechanism involved, and its implications on therapy and on biosafety
of ultrasound. J Radiat Res (Tokyo) 2004, 45(4):479-489.

58. Kondo T, Kano E: Effect of free radicals induced by ultrasonic cavitation
on cell killing. Int J Radiat Biol 1988, 54(3):475-486.

59. Yanagida H, Minagawa K, Ogata T, Takimoto J, Koyama K: Effect of the
sonication condition on the generation of free radicals by ultrasound
(A). J Acoust Soc Am 1996, 100(4):2652-2652.

60. Winrow VR, Winyard PG, Morris CJ, Blake DR: Free radicals in inflammation:
second messengers and mediators of tissue destruction. Br Med Bull
1993, 49(3):506-522.

61. Korn M, Borges SS, Maia PR, Lima JL, Lapa RA: Reagent generation for
chemical analysis assisted by ultrasonic irradiation. Ultrasonics 2004,
42(1-9):585-590.

62. AIUM Clinical Standards Committee: How to Interpret the Ultrasound
Output Display Standard for Higher Acoustic Output Diagnostic
Ultrasound Devices: Version 2. J Ultrasound Med 2004, 23(5):723-726.

63. Vykhodtseva NI, Hynynen K, Damianou C: Pulse duration and peak
intensity during focused ultrasound surgery: theoretical and
experimental effects in rabbit brain in vivo. Ultrasound Med Biol 1994,
20(9):987-1000.

64. Gouder N, Fritschy JM, Boison D: Seizure suppression by adenosine A1
receptor activation in a mouse model of pharmacoresistant epilepsy.
Epilepsia 2003, 44(7):877-885.

65. Riban V, Bouilleret V, Pham-Le BT, Fritschy JM, Marescaux C, Depaulis A:
Evolution of hippocampal epileptic activity during the development of
hippocampal sclerosis in a mouse model of temporal lobe epilepsy.
Neuroscience 2002, 112(1):101-111.

66. Heinrich C, Nitta N, Flubacher A, Muller M, Fahrner A, Kirsch M, Freiman T,
Suzuki F, Depaulis A, Frotscher M, et al: Reelin deficiency and
displacement of mature neurons, but not neurogenesis, underlie the
formation of granule cell dispersion in the epileptic hippocampus.
J Neurosci 2006, 26(17):4701-4713.

67. Rubins DJ, Meadors AK, Yee S, Melega WP, Cherry SR: Evaluation of a
stereotactic frame for repositioning of the rat brain in serial positron
emission tomography imaging studies. J Neurosci Methods 2001, 107(1-
2):63-70.

68. Hynynen K, Clement GT, McDannold N, Vykhodtseva N, King R, White PJ,
Vitek S, Jolesz FA: 500-element ultrasound phased array system for

Min et al. BMC Neuroscience 2011, 12:23
http://www.biomedcentral.com/1471-2202/12/23

Page 11 of 12

http://www.ncbi.nlm.nih.gov/pubmed/16829322?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16829322?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16868082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16868082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16868082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15255769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18511095?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18511095?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12880793?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12880793?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12880793?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16144756?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16144756?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4110397?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4110397?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18577401?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18577401?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10783915?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10783915?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19701204?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19701204?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19701204?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10769932?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10769932?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10769932?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8242740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8242740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8242740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9184105?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9184105?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10877924?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10877924?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/893752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15816939?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15816939?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15816939?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7240584?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7240584?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19380748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19380748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19380748?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9249751?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9249751?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9651965?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9651965?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1933382?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1933382?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1933382?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12719239?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12719239?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2685832?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2685832?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2685832?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1690807?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10816313?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10816313?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2558787?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2558787?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11279057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11279057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11279057?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15635256?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15635256?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15635256?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2900867?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2900867?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8221019?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8221019?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15047351?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15047351?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15154543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15154543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15154543?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7886858?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7886858?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7886858?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12823569?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12823569?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12044475?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12044475?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16641251?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16641251?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16641251?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11389942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11389942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11389942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15236372?dopt=Abstract


noninvasive focal surgery of the brain: a preliminary rabbit study with
ex vivo human skulls. Magn Reson Med 2004, 52(1):100-107.

69. McDannold N, Maier SE: Magnetic resonance acoustic radiation force
imaging. Med Phys 2008, 35(8):3748-3758.

70. Alesch F: A simple technique for making a stereotactic localiser both CT
and MRI compatible. Technical note. Acta Neurochir (Wien) 1994, 127(1-
2):118-120.

71. Bernays RL, Kollias SS, Khan N, Romanowski B, Yonekawa Y: A new artifact-
free device for frameless, magnetic resonance imaging-guided
stereotactic procedures. Neurosurgery 2000, 46(1):112-116, discussion 116-
117.

72. Walker WF, Fernandez FJ, Negron LA: A method of imaging viscoelastic
parameters with acoustic radiation force. Phys Med Biol 2000,
45(6):1437-1447.

73. Fatemi M, Greenleaf JF: Probing the dynamics of tissue at low
frequencies with the radiation force of ultrasound. Phys Med Biol 2000,
45(6):1449-1464.

74. Bercoff J, Tanter M, Fink M: Supersonic shear imaging: a new technique
for soft tissue elasticity mapping. IEEE Trans Ultrason Ferroelectr Freq
Control 2004, 51(4):396-409.

75. McDannold N, Clement GT, Black P, Jolesz F, Hynynen K: Transcranial
magnetic resonance imaging- guided focused ultrasound surgery of
brain tumors: initial findings in 3 patients. Neurosurgery 2010,
66(2):323-332, discussion 332.

76. Martin E, Jeanmonod D, Morel A, Zadicario E, Werner B: High-intensity
focused ultrasound for noninvasive functional neurosurgery. Ann Neurol
2009, 66(6):858-861.

doi:10.1186/1471-2202-12-23
Cite this article as: Min et al.: Focused ultrasound-mediated suppression
of chemically-induced acute epileptic EEG activity. BMC Neuroscience
2011 12:23.

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

• Convenient online submission

• 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

Min et al. BMC Neuroscience 2011, 12:23
http://www.biomedcentral.com/1471-2202/12/23

Page 12 of 12

http://www.ncbi.nlm.nih.gov/pubmed/15236372?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15236372?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18777934?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18777934?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7942171?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7942171?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10626942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10626942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10626942?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10870702?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10870702?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10870703?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10870703?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15139541?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15139541?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20087132?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20087132?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20087132?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20033983?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20033983?dopt=Abstract

	Abstract
	Background
	Results
	Conclusions

	Background
	Methods
	Study overview
	Focused ultrasound sonication setup
	Animal preparation and pre-epilepsy EEG setup
	Induction of epilepsy and FUS sonication
	Behavioral monitoring
	Histological analysis
	EEG data analysis

	Results
	EEG data
	Between-group effect
	Within-group effect
	Behavioral and histological data

	Discussion
	Conclusions
	Acknowledgements and Funding
	Author details
	Authors' contributions
	Authors' information
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /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 false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


