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Effects of new neurotensin analogue on brain activity in rat Parkinson's disease
model
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Parkinson’s disease (PD) results in progressive loss of dopamine (DA) neurons and leads to motor disturbances.
The close connection between DA-ergic neurotransmitter system and Neurotensin (NT) mediation was established
which suggests that NT is associated with PD. It was reported that NT can modulate the activity of DA neurons. Our
previous data demonstrated significant CNS-activity in rodents of some new NT-analogues. The aim of the present
study was to evaluate the potential modulating effect of new NT-analogue on the behavior and brain activity in rats with
model of PD which was induced in male Wistar rats via unilateral injections of 6-hydroxydopamine (6-OHDA) and
verified by apomorphine test. Animals were treated 5 days with new NT analogue in effective doses after the induction
of PD. Standard test was used for evaluation of neuro-muscular coordination (Rot-a-Rod). Electroencephalography
(EEG) was used also to measure the brain activity in inactive condition. Experimental data were processed by Student-
Fisher, or Mann-Whitney or Kruskal-Wallis test. Rot-a-rod test showed gradual improvement in the motor performance
of NT-treated animals compared to control PD- rats with saline. In the same time EEG showed differences in spectral
composition and patterns above the lesioned areas and their hemispheric counterparts in the PD-animals treated with
NT-analogue compared to saline treated PD-rats and similarities with the healthy ones. In conclusion the new NT-
analogue is promising anti-PD agent and deserves further investigations.
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biologic effect under physiologic conditions.
INTRODUCTION Therefore, the object of the present study is a
promising long-lasting NT analogue - NT2 (Fig. 1)
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order to improve its metabolic stability. The
terminal Arg unit (position A on Fig. 1) was
replaced by canavanine (Cav), which was described
as a non-proteinogenic Arg analogue [6]. Our
previous unpublished data demonstrated significant
CNS-activity in rodents of some NT-analogues.

We aimed to evaluate the potential modulating
effect of one new NT-analogue on the brain activity
on experimental model of PD in rats.

EXPERIMENTAL

All experiments have been performed
according to the “Principles of laboratory
animal care” (NIH publication No. 85-23), and
the rules of the Ethics Committee of the
Institute of Neurobiology, Bulgarian Academy
of Sciences (registration FWA 00003059 by
the US Department of Health and Human
Services).

Synthesis of NT analogue:

NT-analogue (with code NT2) was synthesized
through standard solid-phase method. The peptide
chain was assembled on a Wang resin (0.1 mmol
scale) with a Fmoc/Boc strategy. The coupling of
each amino acid was performed in the presence of 3
mol excess of Fmoc-amino acid, 3 mol excess of
HOBt, 3 mol excess of DIC and 5 mol excess of
DIPEA. The cleavage step from the resin and the
final deprotection of all remained protecting groups
was done in a standard cocktail containing TFA,
TIPS, thioanisole, and water [5].

Surgical procedures

A total of 24 male Wistar rats weighting 220 —
250 g at the beginning of the experiment were used.
They were housed four per cage in a temperature-
controlled room with a 12 h light-dark cycle, and
had free access to food and water. The rats were
anaesthetized with chloralhydrate (400 mg/kg, i.p),
their heads were shaved and skin cleaned with 70 %
alcohol. Then the rats were positioned in the
stereotaxic apparatus. PD model was induced via
unilateral and stereotaxic injection of 2 ul/20 ug 6-
hydroxydopamine  (6-OHDA, (Sigma-Aldrich,
USA)); calculated as free base, dissolved in ice-
cold saline with 0.02 % ascorbic acid) in right
striatum [7]. The target coordinates for striatum
were AP=0; LR=3.5; H=+5 from the bregma,
according to the stereotaxic atlas [8]. Sham
operated (SO) group received only 2 ul saline. The
wound was closed and animals returned to their
cages for recovering.

All animals were treated intraperitoneally (i.p.)
for 5 days before the induction of PD and were
divided into the following groups: SO and 6-OHDA
controls were treated daily with 5 ml/kg saline, 6-
OHDA + NT and 6-OHDA + NT2 were treated
with 5 mg/kg i.p, NT and NT2, respectively.

In postmortem histological analysis it was found
that the lesions were located in the striatum.

Electrode implantation

The electrodes were implanted above the
lesioned areas with stereotaxic coordinates AP=0;
LR=3.5; H=+0.5 from the bregma and
symmetrically to the skull midline above their
hemispheric ~ counterparts [8].  After the
implantation the electrodes were fixed permanently
with acrylic to the skull bone. The common ground
wire was above the right hemisphere. The position
of the electrodes was controlled on custom
stereotaxic apparatus with Narishige
micromanipulators (Narishige, Japan).

Postmortem histological analysis was performed
to validate electrode placement and neurotoxin
effects. The placements of the electrodes was in
most cases in deep cortical layers AP=0; LR=3.5;
H=+0.5-1.5 [8].

Behavioral tests

Rot-a-Rod standard test was wused for
evaluation of changes in  neuro-muscular
coordination [9]. On the second week after surgery
each animal was placed on a gyratory (7 rot/min)
and the number of falls for 3min was determined.

Electrophysiological methods

Cortical electroencephalography (cortical EEG)
was used to measure the brain activity in inactive
condition in calm lab environment. The cortical
EEG recordings were sampled at 200 Hz with bio-
amplifier ETH-255 iWorx (iWorx, USA). To
reduce the stress of the new environment the
animals were placed in the restrainer for 20 minutes
few times in the 2-3 days before the recording
sessions on the second week after the surgery.

Immediately after all tests the animals were
euthanized via CO; inhalation for biochemical and
histological studies.

Statistical and data analysis

Results were expressed as means = SEM.
Experimental data were analyzed by Student’s t-test
or Mann-Whitney test, or Kruskal-Wallis test.
Differences were considered significant at P < 0.05.

Cortical EEG spectral analysis algorithms were
used for processing of the data according to Shi et
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al., 2015 [10]. Schematically the EEG analysis of
power spectra was performed in the following
order. For a given behavioral recording period, all
available EEG recordings were divided in segments
of 2 seconds. A second order notch filter at
frequency 50 Hz (AC) component was applied to
remove power line noise. For every segment
estimation of the power spectral density was
performed by using the fast Fourier transform.
Afterward we normalized the data, using relative
power spectra by dividing the power spectral
density in the different frequency ranges for each
segment to the total power in the segment.

RESULTS AND DISCUSSION

Rot-a-rod test was performed at the second
week post lesion (Fig. 2).
/

Rot-a-rod test

100%

80%

60% - W 2-nd week
. * after lession

40% ~ *

0% -

Sham operated  6-OHDA 6-OHDA+NT  6-OHDA+NT2
N _/
Fig. 2. Effects of new NT analogue and NT as

referent on the Rot-a-rod test in rat model of Parkinson's
disease; n = 6, “P < 0.05 vs 6-OHDA group

While the untreated 6-OHDA group showed an
average of 1.33 falls/3min, all animals in 6-OHDA
group, treated with NT and new NT analogue
(NT2) demonstrated a gradual improvement in
motor performance. They showed a significant
decrease in number of falls for 3 minutes on the
second week after lesion (NT by 62, 41% and NT2
by 69, 92%) in compare to saline treated 6-OHDA

group.
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Fig. 3. Levels of glutathione reductase in the cortex
of control and Parkinsonian rats.
n=>5;"P 1 0.05 vs Control; *P [ 0.05 vs 6-OHDA-
lesioned rats.

EEG analysis: Cortical EEGs showed
differences in spectral composition and patterns
above the lesioned areas and their hemispheric
counterparts in the animals treated with NT-
analogue compared to saline treated PD-rats and
similarities with the SO ones (Fig. 4 and Fig. 5).
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Fig. 4. Power spectra of the sham operated rats vs 6-
OHDA (Parkinsonian) group
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Fig. 5. Power spectra of the NT or NT-analogue
treated rats vs 6-OHDA (Parkinsonian) group

The comparison between non-treated 6-OHDA
and SO groups showed large increase in the power
density through all beta band oscillations range (10-
31 Hz) in the former group. Here the beta band
oscillations range (10-31 Hz) refers to a new PD
specific EEG bands classification proposed by
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Gatev et al. in 2006 [12]. These differences were
especially well pronounced in the ranges (8-13 Hz)
and (26-31 Hz). The averaged values from the
sessions for the peak frequency 13 Hz were
3.1440.16, 2.1£0.12 and for peak frequency 30 Hz
were 1.86+0.17 and 0.85+0.13 for the 6-OHDA and
SO group accordingly.

Comparing the NT and NT-analogue treated
groups to the non-treated one there was a general
decrease in the beta oscillations bandwidth with
more pronounced peaks at frequency range of lower
(9-13Hz) and upper beta (28-31Hz). The averaged
values from the sessions for the peak frequency 13
Hz were 3.14+0.16, 2.90+0.14 and 2.78+0.15; for
peak frequency 30 Hz were 1.86+0.17, 1.44+0.15
and 1.22+0.13 for the 6-OHDA, NT and NT2
group, respectively. According to the Kruskal—
Wallis non-parametric test, P < 0.05 the differences
at these peaks between the OHDA, NT and NT2
groups were significant with y?=14,02 and 14.72,
the differences between NT, NT2 and SO groups
also followed this trend with x?=14,92 and 14.71.

The curve pattern of the NT and NT2 treated
groups (Fig. 5, 6) was relatively similar in the beta
band range except at the above mentioned peaks.
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Fig. 6. Power spectra of the NT-analogue treated rats
vs sham operated group

The averaged value differences in the frequency
range 14-27 Hz were within 0.1+£0.05. Additionally
the peaks at 13 Hz and 30 Hz were compared with
the Mann-Whitney test and the results showed that
the differences were significant at P < 0.05 for the
former peak.

DISCUSSION

The results of our experiments showed that there
was a valuable improvement the motor functions in

both groups of the NT-analogue treated animals
over the non-treated 6-OHDA animals which were
among the most affected in the PD. The improving
effect of NT2 on motor coordination was better that
the effect of the referent NT.

Classically EEG oscillations have been grouped
into frequency bands as follows: delta (0.5-3.5 Hz),
theta (3.5-7.5 Hz), alpha (7.5-12.5 Hz), beta (12.5—
30 Hz) and gamma (>30 Hz) [11]. However with
the data accumulation from experiments with
animal models and patients with PD in 2006 Gatev
et al. [12] proposed a new division in the frequency
range 3-35 Hz: i). frequencies at the Parkinsonian
rest tremor (3-7 Hz) and ii). higher frequencies (10-
35 Hz) termed beta band oscillations. Beta band
oscillations generally are associated with motor and
cognitive functions in normal human and mammal
subjects. Our research reconfirms the importance of
such specific PD division for EEG since the most
pronounced differences in the power spectra were
observed in the range of beta band oscillations. In
the results of the EEG analysis, the increase in the
power density at frequencies 9-13 Hz corresponds
to the lower beta bandwidth [12]. Also there’s
increase in the power density at the frequencies
range 26-30 Hz which corresponds to the higher
beta-bandwidth. This effect was more pronounced
in the NT-treated animals than the NT2-treated
ones.

Beta activity is synchronized within and
between functionally interconnected circuitries in
the basal ganglia, thalamus and cortex. The
elevated beta-band activity in the resting brain state
showed that the neuromodulatory significance of
beta oscillations for information processing in the
motor output is impaired in PD rats. Therefore, the
dopaminergic medication (or the treatment with NT
analogues) reduced the beta-band activity within
and between structures of this functional loop in PD
rats.

This global increase of absolute power in PD
rats is a pathophysiological reaction of dopamine
denervation on basal ganglia-thalamo-cortical
circuitries. NT analogue-induced modulation of
inhibitory basal ganglia output to the thalamus may
reduce abnormal thalamo-cortical rhythmicity and
normalize high frequency oscillatory power in
cortical networks.

The analysis of brain activity recordings in the
animal groups treated with NT and NT-analogue
showed power spectral pattern closer to the one of
the SO or healthy rats and the effects of the NT
analogue were better in comparison to the referent
NT.
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(Pesrome)

Bonectra Ha Ilapkuncon (BII) nmpuuunsBa mporpecuBHa 3aryba Ha nomaMuHeprudHu (DA) HEBpOHH U BOJH 0
JBUTATETHN HapyILIeHHs. YCTAHOBEHA € TSICHA Bpb3Ka MEXIYy JONMaMUHEprHMYHAaTa HEBPOTPAHCMHMTEPHA CHUCTEMa U
meBporensnHoBata (HT) menuanus, koeto mpeamonara, ue HT e cBbp3an c Gonecrra Ha IlapkuncoH. anHute B
Hay4YHaTa JuTepaTypa mokas3maT, de HT moxe na Moaymupa akTHBHOCTTa Ha DA-HeBpoHH. B Hamm npenuinHu
n3cienBaHus Oelle yCTaHOBEHO, Y€ HAKOM OT HOBOCHHTe3MpaHHTe OT Hac HT-aHanmo3m morar ma oka3BaT CHIIHO
BIWsIHUE BbPXY akTUBHOCTTA Ha [[HC nipm rpuzaumn.

LenTa Ha HacTOAIIOTO M3CJIe/IBaHe O€ /1a ce M3cieBa MOTeHIMAIHUS MotyaTopeH edekt Ha HoB HT-ananor Bepxy
MIOBEICHUETO W MO3bUHATa aKTMBHOCT IPH IUTbXOBE ¢ Mojen Ha BbII, xoiito 6e MHIyIMpaH MpU MBXKH ITBXOBE OT
nopoxata Wistar 4pe3 eJHOCTpaHHO HMHXKEKTHpaHe Ha 6-xuapokcuuponamuH (6-OHDA) u Ge Bepnduumpan ypes
anromop¢uHOB TecT. JKuBoTHNTE OsXa TpeTupaHu B npoabmkenue Ha 5 qau ¢ HT wmu ¢ HoBust HT-ananor ¢ epexTnBHI
no3u cnen uHaykous Ha BII. Cranmapren Por-a-pox Tect Oe mM3moi3BaH 3a OLEHKa HAa HEPBHO-MYCKYJIHaTa
koopauHarys. Enexrpoennedanorpadus (EED) 6e m3non3pana 3a u3MepBaHe HA MO3bUHATA AKTUBHOCT B HETIOJIBUYKHO
ceerosiHne. ExcnepumenTtanauTe maHHH Osixa oOpaboreHu ¢ tecta Ha CrionpHT-Oumep, Ha MaH-YUTHH Win Ha
Kpyckan-Yonnuc. Pezynratute ot Pot-a-poa Tecta mokasaxa MOCTETIEHHO MMOJ0OpEHUE Ha JBUTATETHATA AEHHOCT TIPH
Tpetupanute ¢ HT-KUBOTHH B cpaBHEHHE C KOHTPOJHHUTE KUBOTHHU ¢ BIl, Tpermpanu c¢ ¢usnomornueH pastsop. B
cpmoro Bpeme EEI mokasa Hammune Ha pasiuKy B CIIEKThpa M MAaTEpHUTE HaJX OONACTUTE C MHIAYIIUPAHH JIE3UH TIPH
6omanTe *UBoTHH Tpetupanu ¢ HT wimm HT-anamor B cpaBHeHme ¢ rursxoBete ¢ BII, Tpetnpanm ¢ ¢uznonorndeH
pa3TBOp, M CXOJCTBA ChC 3JpaBUTE ONMUTHHU XKMBOTHHU. B 3akmoueHue Moxke Jga ce kaxe, ye HoBus HT-ananor e
o0eraBanl aHTUIIAPKMHCOHOB areHT M 3aCiTy’aBa I10-HaTaThIIHO U3CJIE/IBAHE.
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