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The objective of this study was to evaluate toxicity and some pharmacological
effects of glycine menthyl ester hydrochloride (2-isopropyl-5-methylcyclohexyl 2-
aminoacetate) in animal models.Acute toxicity (LD, value) in mice was determined for
different routes of administration — orally and intravenously. Anticonvulsant activity was
assessed by using pentylenetetrazole and strychnine induced seizures.The sedative
and muscle relaxant actions were investigated with open field and rota-rod tests,
accordingly. Present findings indicate that menthyl ester of glycine hydrochloride
possesses anticonvulsant activity, prolonged sedative action but does not influences

the muscle relaxation.
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Introduction

Menthol is well known for cooling
effect due to its ability to chemically
activate the cold-sensitive transient recep-
tor potential cation channel (TRPM8) [1].
In addition to this peripheral action, a
number of studies have demonstrated that
menthol has actions within the CNS. In
animal behavioral tests, systemic or di-
rect central administration of menthol
produces a variety of effects, including
sedative, anticonvulsant, analgesic and
nootropic actions [2]. Along with TRPM8
there are other potential cellular targets
for menthol such as glycine receptors [3].
Glycine is well known to be the most
important inhibitory neurotransmitter in the
spinal cord. This amino acid is of partic-
ular interest to the neuropharmacology
since many commonly studied drugs work
by selectively affecting tothis neurotrans-
mitter system [4]. Taking into consider-
ation aforementioned facts, it was of in-
terest to investigate pharmacological prop-
erties of compound including both men-
thol and glycine fragments. So the present
study was designed to evaluate the anti-
convulsant, sedative and muscle relaxant

activity of glycine menthyl ester using
animal models.

Materials and methods

Menthyl ester of glycine hydrochloride
(2-isopropyl-5-methylcyclohexyl 2-
aminoacetate) was synthesized using
DCC/DMAP coupling method [5] (fig. 1).
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Fig. 1. Chemical structures of glycine
menthyl ester hydrochloride.

Pharmacological activity of glycine
menthyl ester was studied using outbred
male white mice (18-22 g) as experimen-
tal animals. They were kept under 12-
hour light regime and in a standard an-
imal facility with free access to water and
food, in compliance with the European
Convention for the Protection of Verte-
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brate Animals Used for Experimental and
Other Specific Purposes [6] (Strasbourg,
1986) and the principles of the National
Ukrainian Bioethics Congress (Kiev, 2003)
[7]. All the animals were purchased from
Odessa National Medical University,
Ukraine. The animal ethics committee of
the Odessa National University (Ukraine)
approved the study.

Acute toxicity (LD, value) in mice was
determined for different routes of
administration — orally and intravenously.
Mice were divided into groups of six each
and menthyl ester of glycine was admin-
istered in doses from 1300-1500 mg/kg
for orally and in doses from 25-75 mg/kg
for intravenousdetermination. The animals
were observed for toxic symptoms within 24
hours after the compound administration.

The anticonvulsant activity of the
compound was evaluated in model of
acute generalized seizures induced by
intravenous infusion of 1 % pentylenetetra-
zole (PTZ) or 0,06 % strychnine solution
with the determination of PTZ/strychnine
minimum effective doses (MED) inducing
clonic-tonic convulsions (CTC) and tonic
extension (TE) in test animals. PTZ/strych-
ninedoses for inducing clonic-tonic con-
vulsions (DCTC) and tonic extension (DTE)
were calculated relative to control.

The sedative effect was investigat-
ed using open field test (OFT).The open
field apparatus consisted of a plastic field
of half square meter with a series of
squares. It had a wall of 50 cm height
and was placed in a dimly lit room. Mice
were treated with menthyl ester of gly-
cine hydrochloride (87-700 mg/kg), men-
thol, glycine (equimolar amounts) and
were placed in the middle of the open
field. Thenlocomotor (lateral, vertical) and
research (hole visits) activities were reg-
istered for 3 minutes at 3 hours after
administration.

Muscle relaxant activity was exam-
ined by rota-rod test that was performed
using horizontal rotation rod set at a rate
of 5 revolutions per minute. Three hours

after menthyl ester administration (87-700
mg/kg) each mouse was placed on the
rod for 2 minutes. Motor coordination was
then assessed by recording the falling
time from the rotating rod for each
mouse.

Results and discussion

Acute toxicity study of glycine men-
thyl ester revealed the following LD,
values: 1350 mg/kg by oral route admin-
istration and 50 mg/kg intravenously.

Glycine menthyl ester wasnot shown
to demonstrate significant anticonvulsant
activity at the doses of 87-350 mg/kg via
oral routeat 3 hour after administration.
However, at the dose of 700 mg/kg it
produces anticonvulsant effect as indicat-
ed by increasing of DCTC and DTE val-
ues that amounts to 2.0 and 1.7 timeswith
comparison of control, respectively.

Strychnine has been demonstrated
to have a well-defined mechanism of
convulsant action reported to be by di-
rectly antagonizing the inhibitory spinal
cord and brainstem reflexes of glycine
and thus increasing spinal reflexes [8].
Taking into account this fact, we have
evaluated ester anticonvulsant effect in
strychnine induced seizure model. Men-
thyl ester at the dose of 700 mg/kg was
found to modify strychnine actionslightly
with DCTC and DTE values 1.5 and 1.4
times with comparison of control, accord-
ingly; this might be assigned to menthol
predominant contribution into anticonvul-
sant activity of synthesized ester.

Investigation of sedative effect was
performed by recording spontaneous lo-
comotor activity of mice in open field test.
In this test any agent with sedative prop-
erties produces a decrease in the num-
ber of movements, interpreted as a de-
crease in curiosity of the new environ-
ment. As far as menthol and glycine were
reported to possess sedative activity [9],
they also have been investigated under
experiment conditions. Our results dem-
onstrate that the oral administration of
menthyl ester at doses of 350-700 mg/kg
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Fig. 2. Comparable lateral activity of mice in 3 h after oral administration of gly-
cine menthyl ester, menthol and glycine (dose-response relationship).
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Fig. 3. Comparable vertical activity of mice in 3 h after oral administration of gly-
cine menthyl ester, menthol and glycine (dose-response relationship).
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Fig. 4. Research activity of mice after oral administration of glycine menthyl ester
at dose175 mg/kg (time-response relationship).

doses, we observed a decrease
inlocomotor activity that can be ex-
plained by the appearance of
estersedative activity.

Considering the possible pro-
longed action of obtained ester, seda-
tive effect was estimated over the time
range: 1-24 hours. This enables the
pharmacokinetics of synthesized
compound to be expressed as a func-
tion of time after oral administration. Our
data reveal that menthyl ester of glycine
at 175 mg/kg dose causes a time-
dependent reduction of locomotor
(table) and research activity (fig. 4).
Maximum suppressive effect was found
within the time of 3-6 hours and contin-
ued up to 24 hours after oral adminis-
tration, indicating prolonged sedative
action.

Results obtained from rota-rod test
reveal no mice fallings for all concentra-
tions of glycine menthyl ester (87-700
mg/kg) in 3 h after oral administration.
Thus, we can assume that there is no
significant muscle relaxant activity of
synthesized compound at aforemen-
tioned concentrations and time point.

Conclusions

In conclusion,the present findings

in our study indicate that menthyl ester
of glycine
Tape NYdrochloride

Locomotor activity of mice after oral administration of glycinementhyl ester at p0ssesses anticonvul-

dose175 mg/kg (time-response relationship) sant activity, prolonged
Time after <_)ral administra- Locomotor activity i sedative action but
tion, h lateral Vertical .
Control 100.0 £ 8.1 100.0% 7.7 does not influences the
1 1303 £ 7.4 809+7.2 muscle relaxation in
3 64.7+5.2 19.2£5.4 animal models. Addi-
6 48.1+£6.0 31.3+6.6 . . . .
24 787+ 4.9 83.6+91 tionally, investigation of

causes a marked reduction both in lateral

acute toxicity for the
compound was carried

(fig. 2) and vertical (fig. 3) activities, but ~ out both for oral and intravenous routes of
does not affect the research activity. administration.

We should point outthat underadmin-
istration of lowdose (87-175 mg/kg) of 1.
ester, we observed an increase the motor
activity of mice in 1.4-2.0 times, as
compared with the control. With increasing
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Pesiome

HEMPOTPOIMHBLIE 3®®EKThI
MEHTWNNOBOIO 3®UPA TJIMUMHA

'HectepknHa M.B.,"2KpaByeHko U.A.

Llenblo naHHOro nccnenoBaHus cny-
XWUT onpeaeneHne ToKCU4yHocTn n dap-
MaKoJIOrM4eCcknx CBOWMCTB MEHTUIOBOIrO
adupa rimmuyHa rmgpoxnopuaga (2-nson-
ponun-5-MeTUNUMKIOrekcmn 2-ammHoaue-
TaT) Ha 9KCNepUMEHTalIbHbIX MOOENSX C
MCNOoJSIb30BaHMEM NabopaTopPHbIX XNUBOT-
Hbix. OcTpas TOKCU4YHOCTb (3HayeHue
JIA, )coeavHeHns onpeaeneHa npu nepo-
panbHOM M BHYTPUBEHHOM MNyTAX BBede-
HUSA. pPOTUBOCYO0POXHYIO aKTUBHOCTb
OLEHMBaNN HAa MOAENN OCTPbLIX reHepanu-

30BaHHbIX CYA0POr, MHOYLUMPYEMbIX NEHTU-
JleHTeTpas3onom n ctpmxHuHom. CepaTtume-
HbI1 1 MMOpPEeNnakCaHTHbIN 3P dEKTbI Uccne-
0oBann C NMOMOLLbIO TECTOB OTKPLITOrO
MoJsi M BPaLLAIOLLErocs ctepxHs. MNonyyeH-
Hble pe3ynbTaTbl CBUOETENLCTBYIOT O HANMN-
YN MPOTUBOCYAOPOXHOM 1 MPONOHINPO-
BaHHOW CenaTMBHOW aKTUBHOCTU Yy n3y4vae-
MOr0 COeANHEHUS NPU OTCYTCTBUN MUOPEe-
nakcaumu.

KnioueBble cnoBa: MeHTU/10BbIVi 3¢pup
muyyuHa rugpoxsopuaa, ocTpasi TOKCuy-
HOCTb, MPOTUBOCYAOPOXHAsT aKTUBHOCTb,
cefarvBHoe gevicteue.

Pesiome

HEMPOTPOIHI EEKTU
MEHTWJIOBOIOECTEPYI JTILUNHY

'HectepkiHa M.B., "?KpaB4eHko I.A.

MeTolo faHoro oocnioXeHHs € BUB-
YeHHS TOKCUYHOCTI Ta papMakonoriyHmx
BNaCcTMBOCTEN MEHTUIOBOIO ecTepy rniym-
Hy rigpoxnopuay (2-i3onponin-5-metTun-
LIMKITIOrekcun 2-amMmiHoaleTaT) Ha ekcrepu-
MEHTaJIbHUX MOAENSX i3 BUKOPUCTAHHAM
nabopatopHux TBapuH. l[ocTpa TOK-
CUYHICTb (3Ha4veHHs J1[_ ) cnonykn BU3-
HayeHa Ans nepopasbHOro Ta BHYTPILIHb-
OBEHHOro LWNaxis BBeAeHHd. [MpoTucyaom-
HY aKTUBHICTb OLiHIOBaNM Ha MOAOENi roc-
TPUX reHepanisoBaHMx CcyaooMm, iHOyKOBa-
HUX NEeHTUNEHTETPA30J/IOM Ta CTPUXHIHOM.
CepaTtuBHUN Ta MiOpenakCaHTHUN edek-
TM QocnigXxyesanu 3a gOonoMOrol TEcCTiB
BiAKPUTOro rnons tTa o06epToBOro CTPMX-
Ha. OTpumaHi pesynbTaTu cBig4aTb NpoO
HasABHICTb Yy OOCNIAKYBaHOI CMOSyKM Npo-
TUCYOOMHOI Ta MPOJIOHrOBaHOiI cepaTuB-
HOT Aii 3a BiOCYTHOCTI Miopenakcau,i.
Knio4uoBi cnoBa: MeHTU/10BUVi ecTep
riUMHY rigpoxaopuay, rocrpa Tok-
CUYHICTb, MPOTUCYAOMHA aKTUBHICTb, Ce-
AartvBHa 4isl.

BrniepBbie noctynuna B pegakumo 17.05.2015 r.
PekomeHgoBaHa K nedatn Ha 3acefaHum
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