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Abstract

Purpose: To investigate the effect of microdoses of fatty acids (FA) of partially defatted dry Citrullus
colocynthis extract on the lipid metabolism of rats with type 1 diabetes mellitus (DM) has been studied.
Methods: Raw materials were degreased by extraction in a Soxhlet apparatus under conditions of
shortening the evaporation time. With the help of gas-liquid chromatographic research, trace concentrations
of FA were revealed in the composition of the obtained dry extract of Citrullus colocynthis. Results: It was
found that the introduction of the extract of the Citrullus colocynthis vegetal solution with a dose of 400
mg/kg to rats causes redistribution of the classes of lipoproteins to the values of the control group. The dose
of 200 mg/kg — does not cause statistically significant changes in plasma lipoproteins. Conclusions: Finally
the Citrullus colocynthis extract containing micro doses of FA in their uniform distribution has a positive
effect on lipid metabolism, does not bring to an increase of level of the total cholesterol, does not cause an
increase of body weight.

Keywords: cholesterol; Citrullus colocynthis; diabetes mellitus; fatty acids; lipoproteins; triglycerides.

using of plants as preventive and even therapeutic
agents [3]. Plants as sources of phytopreparations
have already found application in the therapy of a
number of diseases, including diabetes. However,
mechanisms which are in the base of their
therapeutic effect, as well as the most active active

1. Introduction

An urgency of diabetic problems in recent years
throughout the world is on the top of the scale of the
global epidemic. It is known that today there are 382
million patients with diabetes in the world and

according to conservative experts' forecasts in 2030
their number will be 592 million [1]. According to
date of the Institute of Endocrinology and
Metabolism of the National Academy of Medical
Sciences of Ukraine for the ten years, the prevalence
of diabetes in Ukraine has grown by one and a half
times. The most dangerous consequences of the
epidemic of diabetes are its systemic vascular
complications, which are the main bring disability
and mortality of patients with diabetes [2].

Despite the wide range of pharmacological
antidiabetic drugs used for the treatment of diabetes
and its complications, now more attention is paid on
the using of phytotherapy, which is based on the

ingredient included in their composition, are
unknown [4]. Therefore, the search for new forms of
herbal preparations, studies of their influence on the
organs and systems of the organism, the
particularities of the side effects of medicinal plants
are important areas of modern biotechnology in
pharmacology, and pharmacy.

2. Statement of problem and analysis of the last
researches

Herbal preparations contain a number of active
components.  Harmonious  combination  and
interaction of biologically active substances (BAS)
causes high pharmacotherapeutic efficacy of herbal
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preparations. The rich chemical composition allows
to influence the various links of the pathological
process, ensures the complex action, and helps to
reduce the profile of side effects. Due to the receipt
of the full complex of BAS in their natural ratio, the
optimal choice for peripheral reception in the
activity of the functional systems of the body is
ensured. In a multicomponent drug, there is a mutual
enhancement of the wuseful pharmacological
properties of each ingredient, their compliance with
the polyvalence of the pathogenesis of the disease,
the effect on the patient's organism in general is
corrective [2].

Citrullus  colocynthis from the family of
Cucurbitaceae is a perennial herb, common in
African and Arab countries, India and the
Mediterranean countries, adapted to the climate of
Ukraine. Vegetable raw materials of the Citrullus
colocynthis of different processing is ucesed as
antidiabetic, laxative, insecticidal agent, as an
antidote to snake poison, in the therapy of edema,
bacterial infection, etc. [5]. Despite the existing data,
the mechanisms which take part in the
implementation of the action of biologically active
constituents of Citrullus colocynthis fruits are
completely unknown.

In the search of the most effective form of
application of Citrullus colocynthis, authors propose
to use different types of extracts [6]. But there is no
consensus onabout which extract is the most
effective and safe.

Researchers give very contradictory data about
benefits of different types of extracts, their safety
and effectiveness. So, Marwat S.K. a review of
literature sources in which authors tell about the
positive impact of various extracts of Citrullus
colocynthis seeds (water extract, skim water extract,
water-methanol extract, ethyl acetate and n-butanol
extracts) on the next indicators: glucose tolerance,
weight gain, pancreas, liver, kidney, testicles,
epididymal fat (adipose testicular fat), diaphragm
muscle tissue, serum cholesterol, triglycerides, urea,
creatinine, transaminases and alkaline phosphatase
in animals with the first type of diabetes -
streptozotice-induced  diabetes. Some  authors
conclude that the most pronounced effect in diabetic
rats gave the normal aqueous and n-butanol extracts,
the lowest is the defatted aqueous extract [6]. Hii
C.S. has an opposite opinion, and believes that the
most of extracts have a positive insulinotropic effect
has, except for n-butanol [7].

So, the technology of obtaining of a medicinal
product is equally important in the realization of the
pharmacological result. Recently, more attention has
been paid to the development of extraction forms
from vegetable raw materials instead of decoctions
and infusions, since it is known that the maximum
yield of biologically active substances is provided in
extraction preparations, the therapeutic effect due to
the accuracy of dosing is increased, the rationality of
their use, the prolongation of terms and optimization
of conditions storage.

In the experiment, we used the dry fruit extract
Citrullus colocynthis (L.) Shrad., Which had been
prepared in the laboratory of the Department of
Pharmacognosy and Botany of the Bogomolets
National Medical University.

The crushed parts of the fruit (shell, pulp, seeds)
were mixed with each other for further extraction in
the Soxhlet apparatus. Extraction of Soxhlet is
recognized as the standard and reference method for
achieving complete lipid extraction [8]. This method
has many advantages, but its main drawback is a
long extraction time — 16-24 hours. The procedure
was modified to improve the efficiency and reduce
the extraction time by 5-10 times by using a press
and raising the temperature. But after aqueous
extraction of vegetable raw materials in the obtained
dry extract with gas-liquid chromatography, we
found trace concentrations of fatty acids (FA). We
believe that the reason for the presence in the raw
material of a certain amount of lipids after extraction
with chloroform in the Soxhlet apparatus may be
incomplete solubility of polar lipids - phospho- and
glycolipids in organic solvents, which unsaturated
and saturated FAs are found in our extract. But there
are trace microdoses of FA dry extract Citrullus
colocynthis that can influence on the lipid
metabolism. We found it relevant to investigate the
effect of the obtained substance on the lipid
metabolism of experimental rats and on the body
weight.

3. Purpose of the study

The purpose of the work was to study the effect of
microdoses of the FA of partially defatted dry
extract of Citrullus colocynthis on the lipid
metabolism of rats with diabetes.

4. Materials and Methods

The model of type 1 diabetes was reproduced by
injecting of streptozotocin to rats intraperitoneally once
at a dose of 50 mg/kg. Previously it was dissolved in 0,1



76 ISSN 1813-1166 print / ISSN 2306-1472 online. Proceedings of the National Aviation University. 2017. N4(73): 74-80

M citrate buffer (pH 4.,5). The duration of the
experiment is 1 month. Control of the development of
hyperglycemia was the level of glucose in the blood —
24,24+0,79 mmol/l. In the control groupthe level of the
glucose was 8,03+£0,4 mmol/l.

Laboratory  animals were in  standard
accommodations of the vivarium of the Bogomolets
National Medical University. The maintenance, care
for animals, marking and all manipulations were
carried out according to the provisions of the
"European Convention for the Protection of
Vertebrates used for experimental and scientific
purposes"” [9]. Conformity of the conducted
scientific research with ethical requirements is
confirmed by the Commission on Bioethics of the
Bogomolets National Medical University according
to the order of the Ministry of Health of Ukraine
Ne231 of 01.11.2000.

For the study, 24 white mongrel rats weighing
150-270 g were selected. The "Control" group —
healthy rats (N=6) were kept in a vivarium under
similar accommodations, as were rats for the
experiment. Rats of the "Model" group — with SD
have got per os for 14 days water for injections —
placebo. Group 1 — rats with diabetes who have got a
dry extract of Citrullus colocynthis with a dose of
200 mg/kg of mass, a group 2 — rats with diabetes
who have got Citrullus colocynthis at a dose of 400
mg/kg of weight for 14 days.

The FA composition was studied by gas
chromatography on a gas chromatograph "Tsvet-
500" (Russia) in the laboratory of experimental
research at the Research Institute of ECM of the
Bogomolets NMU. The FA peaks were identified by
comparison with the time of obtaining the standard
FA peaks. Quantitative estimation of FA lipids was
carried out by the method of normalizing the planes
of the peaks of methyl derivatives of FA and
determining their composition in percents.

The study of biochemical indices in rats was
carried out in the clinical diagnostic laboratory of
the Scientific Research Institute of Experimental and
Clinical Medicine (SRI ECM) of the Bogomolets
National Medical University according to standard
unified methods. The lipid metabolism was studied
by biochemical sets for the determination of: total
cholesterol — Cholesterol PAP, triglycerides —
Triglycerides PAP, cholesterol-lipoproteins high —
HDL Cholesterol, and low density — LDL
Cholesterol, manufactured by Diagnosicum Zrt

(Hungary) [10].

The statistical processing of the received data
samples was carried out with the program Statistica
for Windows, Release 6.0. Samples were compared
using Student's t-test.

5. Research results

In experimental animals were studied dynamics of
changes in body weight (fig. 1), and the serum lipids
content: total cholesterol (Hol), triglycerides (TrG) and
classes of lipoproteids: high-density lipoproteins
(HDLP), low (LDLP) and very low (VLDLP) density.

According to our data (fig 1), the modeling of
diabetes by administering streptozotocin leads to a
15% decrease of the body weight of animals relative
to Control on the 5th day of the experiment. In the
Model group, which got a placebo, further
significant weight loss wasn’t observed. All
differences in average weight in the Model and
Control groups were within the statistical deviation.
The introduction of the plant extract Citrullus
colocynthis caused a significant (p<0.05) decreasing
of the body weight of all animals in 1.4 times in
group 1 relative to the initial values and in 1.2 times
in group 2. Thus, we found that the administration to
animals with model of diabet of dry extract Citrullus
colocynthis causes a significant weight loss of 1.2-
1.4 times the initial values.

In the model of diabetes, the ratio of total cholesterol
(Hol) and triglycerides (TrG) changed due to a decrease
of level of the cholesterol in the Model group to
1,42+0,1 mmol/L from the control value of 1,66+0,12
mmol/L and an increase of level of triglycerides from
1,034+0,03 mmol/L in the Control group to 1,38+0,06
mmol/L in the Model group (fig. 2). Introduction to rats
with a solution of Citrullus colocynthis with a dose of
200 mg/kg practically did not change this ratio of
cholesterol and triglycerides and was in the group 1 Hol
— 1,38+0,06 mmol/L and TrG — 1,25+0,11 mmol/L .
Introduction of Citrullus colocynthis with a dose of 400
mg/kg caused an increase of cholesterol in group 2 to
1,56+0,08 mmol/l, which is not different from Control
and a significants decrease of level of triglycerides to
0,77+0,06 mmol/L, even lower than Control.

The dynamics of VLDLP fluctuation was as
follows: in the Model group, an increase to
0,64+0,03 mmol/L. was observed, compared to the
Control of 0,46+0,017 mmol/L - this was a
significant difference. In group 1, VLDLP increased
relative to the group with diabetes to 0,56=0,05
mmol/L, which did not differ significantly from
Control, and in group 2 decreased to 0,35+0,03
mmol/L, which was statistically different from the
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model and the Control group. LDLP in the
observation dynamics revealed no statistically
significant changes in the rats of the experimental
groups. Observing the level of HDLP cholesterol
showed that in rats with diabetes they decreased 2.3
times to 0,36+0,08 mmol/L in comparison with
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Control 0,84+0,1 mmol/L. The introduction of
Citrullus colocynthis extract in a dose of 200 mg/kg
practically did not change this ratio: in group 1 it
was 0,42+0,3 mmol/L, and in group 2 the amount of
HDLP was 0,86+0,8 mmol/L, then there was a rise
to the level of Control.
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Fig. 1. Average body weight of animals (gr.) In groups of experimental rats on the 5th
day of observation (dark bars) and on the 45th day of observation (light bars)
* - P<0,05 statistically different from the baseline
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Fig. 2. Changes in lipids and classes of blood serum lipoproteins in rats of different experimental groups
* - Statistically significant difference compared to Control (p<0,05)
@ - Statistically significant difference in comparison with the diabet model (p<0,05)
# - Statistically significant difference between groups 1 and 2 (p<0,05)

Thus, we found that the introduction of dry extract
Citrullus colocynthis, which is a source of FA, to the
rats with the diabet model for 14 days, does not

cause an increase in total plasma cholesterol. The
effect of the Citrullus colocynthis plant solution 400
mg/kg caused a redistribution of the classes of
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lipoproteins to the values of the control group. The
dose of 200 mg/kg of the dry extract of Citrullus
colocynthis does not cause statistically significant
changes in plasma lipoproteins, but there is a
positive tendency to establish a correlation of their
classes.

Identification of changes in lipid metabolism
under the influence of dry extract Citrullus
colocynthis showed that the introduction of a small
amount of FA into the body of an animal with type 1
diabetes can be effective and positively affect
metabolic processes. Probably, not only the presence
of saturated and unsaturated FA in partially defatted
extract, but also their uniform distribution in raw
materials, influenced the organism of experimental
animals.

The study of the composition of the classes of
lipoproteins was completely due to the fact that the
FA is absorbed into the blood through the capillaries
of the intestinal tract along with other nutrients. But
the FA is too large to directly enter through small
holes in the intestinal capillaries. Instead, they are
absorbed by wvilli in the intestinal wall and
synthesized into triglycerides. Triglycerides are
coated with cholesterol and proteins to form
chylomicron. In cells of peripheral organs and
tissues, cholesterol exists mainly in the form of low
density lipoproteins (LDLP) and in the form of
phospholipids. Phospholipids are used by cells to
build or renew their membranes. Cholesterol, which
comes in the composition of LDLP, can also be used
in cells to build membranes. Excess cholesterol in
cell membranes disrupts their viscosity and the work
of transmembrane transport systems.

High density lipoproteins (HDLPs) are particles that
capture excess cholesterol from peripheral tissue cell
membranes and transport it to either the liver or the
intestines, that is, the functioning of HDLP cholesterol
helps remove excess cholesterol from the body.

6. Conclusions

Introduction to rats with type 1 diabetes of the
extract of a partially defatted Citrullus colocynthis
extract with a dose of 400 mg/kg for 14 days causes
a redistribution of classes of lipoproteins to the
values of the control group. The dose of 200 mg/kg
of the dry extract of Citrullus colocynthis does not
cause statistically significant changes in plasma
lipoproteins, but there is a positive tendency to
establish a correlation of their classes.

Thus, Citrullus colocynthis extract, which contains
micro doses of FA in their uniform distribution, has
a positive effect on lipid metabolism, does not
contribute to an increase in total cholesterol, does
not cause an increase of the body weight.

References

[1] Tron'ko N.D., Sokolova L.K., Vlasenko
M.V., Kostyukevich A.A. (2015) Dostizhenie celej
lecheniya pacientami s saxarny'm diabetom Vv
Ukraine. Rezul'taty' Mezhdunarodnogo
issledovaniya po izucheniyu praktiki vedeniya
saxarnogo diabeta (IDMPS) [Achieving the goals of
treatment for patients with diabetes in Ukraine. The
results of the International Study on the Practice of
Diabetes Mellitus (IDMPS)]. Endokry 'nologiya, no.
4, pp. 658—668. (In Russian)

[2] Chekina N.A., Chukaev S.A., Nikolaecv S.M.
(2010) Saxarny'j diabet: vozmozhnosti
farmakoterapii s ispol'zovaniem sredstv rastitel'nogo
proisxozhdeniya [Diabetes mellitus: the possibilities
of pharmacotherapy with the use of herbal products]
Vestnik Buryatskogo universiteta, no. 12, pp. 71-78.
(In Russian)

[3] Verma J., Rathore D.S., Agarwal S., Tripathi
V. (2015) Effects of Citrullus colocynthis and
Cucumis callosus extract on blood glucose levels in
alloxan-induced diabetic rats. SGVU Int. J. Env. Sci.
Technol, vol. 1, no. 1, pp. 50-56.

[4] Hussain A.l., Rathore H.A., Sattar M.Z. [et
al.] (2014) Citrullus colocynthis (L.) Schrad (bitter
apple fruit): a review of its phytochemistry,
pharmacology, traditional uses and nutritional
potential. J. Ethnopharmacol, vol. 155, no. 1, pp.
54-66.

[5] Shi C., Karim S., Wang C. [et al.] (2014) A
review on antidiabetic activity of Citrullus
colocynthis Schrad. Acta Pol. Pharm, vol. 71, no. 3,
pp- 363-367.

[6] Marwat S.K., Rehman F., Khan E.A. [et al.]
(2014) Useful ethnophytomedicinal recipes of
angiosperms used against diabetes in South East
Asian Countries (India, Pakistan & Sri Lanka). Pak.
J. Pharm. Sci, vol. 27, no. 5, pp. 1333-1358.

[71 Hii C.S., Howell S.L. (1985) Effects of
flavonoids on insulin secretion and 45Ca2+ handling
in rat islets of Langerhans. J. Endocrinol, vol. 107,
no. 1, pp. 1-8.

[8] Virot M., Tomao V., Colnagui G. [et al.]
(2007) New  microwave-integrated  Soxhlet
extraction. An advantageous tool for the extraction



O. Kryvosheyeva et at. Influence of Microdose of Fatty Acids of Citrullus Colocynthis Extracton Lipoproteids of Rat Blood with Diabetes Mellitus ipe I 79

of lipids from food products. J. Chromatogr. A., vol.
1174, no. 1-2, pp. 138-144.

[91 Lamazyan G.R. (2015) Gipoglikemichna
akty'vnist" suxogo ekstraktu plodiv Citrullus
Colocynthis (L.) Shrad [Hypoglycemic activity of
dry extract of fruits Citrullus Colocynthis (L.)

[10] Bazarnova M.A., Gette Z.P. (1994) Klinichna
laboratorna diagnosty'ka. Prakty'chni zanyattya z
klinichnoyi  bioximiyi [Clinical  laboratory
diagnostics.  Practical  classes in  clinical
biochemistry]. Ky'yiv, Vy'shha shkola Publ., 424 p.
(In Ukrainian)

Shrad]. Farmacevty'chny'j zhurnal, no. 5, pp. 90—
94. (In Ukrainian)

O.1. Kpusomeesa', K.I'. Tapkasa’, JI.B. Hatpyc®

BrummB Mikpomo03 KMPHUX KHCJIOT eKCTpakTy citrullus colocynthis na ninonporteinu kpoBi mypisB 3
HYKpoBHUM AiadeTom 1 THITY

“Haujonansruit apiauiitamii yaisepcurer, mpocr. Kocmonasra Komaposa, 1, Kuis, Ykpaina, 03680
*HauionansHuii MeanHUI yuiBepcureT iMeHi O.0. Boromonsis, 0-p T. llleBuenka, 13, Kuis, Ykpaina,
01601

E-mails: 'oikeyu@ukr.net; “immunolog@ukr.net; *Inatrus777@gmail.com

Mera: [locmigutn BIUIMB MiKpogo3 >KUpHUX KHCIOT (JKK) 4acTKOBO 3HEKHPEHOTO CYXOTO EKCTPaKTy
Citrullus colocynthis Ha ninigauii 00MiH 1IypiB 3 IykpoBuM aiaderom (I1/1) 1 Tumy. MeToam qocuimkeHHs:
CHUpPOBHHY 3HSKUPIOBANHU IIISIXOM EKCTpakilii B anapari Cokciera 3a yMOB CKOPOUCHHS Yacy BUIAPIOBAHHS.
3a J0IMOMOTOI0 Ta30PiAMHHOTO XPOMATOTPa(iqHOTO MOCHTIHKEHHS BUABICHO Y CKJIadi OTPUMAHOTO CyXOTO
excrpakry Citrullus colocynthis cninoBi xonuenrpamii XK. Pe3yabraTtH: BcranoBiieHo, 110 BBEIeHHS
IypaM eKcTpakTy pociauHHOTO po3umny Citrullus colocynthis B mo3i 400 MI/KT BUKJIHKA€E MEPEepPO3TOILT
KJIaciB JINOMPOTEiMiB O 3HAa4eHL KOHTPONbHOI rpymu. Jloza 200 MI/Kr — HE BHKJIMKAE CTATUCTHIHO
JOCTOBIPDHUX 3MiH JIIONPOTEiNiB Tula3MU KpoBi. BucHoBkmu: VY3zarameHeno, mo exctpakt Citrullus
colocynthis sxkuit Mictuth Mikpogo3u JXK mpu iX piBHOMipHOMY PO3MOJiTy MO3UTUBHO BIUIMBAE HA JIiIiAHUN
00MiH, HE CIIpHsIE MiIBUIIICHHIO 3aralbHOTO XOJIECTEPUHY, HE BUKIIMKAE 301IIBIIICHAS MacH Tija.

Kuio4oBi cjioBa: XUpHI KUCIOTH; JIMONPOTEIN; TPUTIILEPUIN; XOJSCTEPHH; IIyKPOBHH Aia0eT.
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BiausiHue MUKPO/03 :KMPHBIX KMCJIOT dKCTpPaKTa citrullus colocynthis Ha 1unonporenibl KPOBH KpbIC €
caxapHbIM auadetToM 1 THma

?HanmoHabHbI aBHAIIMOHHBI yHHBEpCHTET, mpocit. KocMonasta Komaposa, 1, Kues, Yipanma, 03680
*HaunoHanbHbIH MEIUIMHCKAIH yHuBepcuteT nMeHn A.A. boromomnsia, 6-p T. llleBuenko, 13, Kues,
Ykpauna, 01601

E-mails: 'oikeyu@ukr.net; immunolog@ukr.net; *Inatrus777@gmail.com

Henb: UccnenoBare BiusHHEe MuKpomo3 kupHbIX kuciaoT (JKK) dacTmuHO 00€3KMPEHHOTO CYyXOro
akctpakrta Citrullus colocynthis Ha TumUIHBIE 00MeH KphIC ¢ caxapHbIM nuadetoM (CJ]) 1 tuma. MeTtoabl
ucciaenoBanusi: Ceipbe 00€BKUPUBAIN ITyTEM IKCTpaKIuu B ammapare CokcieTa B YCIOBUSX COKpAICHUS
BpeMeHH BbImapuBaHusi. C TOMOIIBIO Ta30KUAKOCTHOT'O XPOMAaTOTrpa(puuecKoro UCCIIeIOBaHUS BBISBICHO B
COCTaBe TMOJIYICHHOTO cyxoro sKkcrpakta Citrullus colocynthis cnenossie koutneHTpannn XK. Pe3yabTaThi:
YcTaHOBICHO, YTO BBEICHHUE KpHICaM dKCTpakTa pacturensHoro pactsopa Citrullus colocynthis nozoi 400
MI/KT BBI3bIBACT TEPEPACIIPENICIICHUE KIACCOB JUMOMPOTEHIOB 10 3HAUCHHUIA KOHTPOJLHOW Tpymmbl. Jlo3a
200 Mr/kr — HE BBI3BIBACT CTATHUCTHYECKH TOCTOBEPHBIX W3MEHCHHUU JHIONPOTEHIIOB IUIa3MBI KPOBH.
BoiBoabl: O0600mieno, uro skctpakt Citrullus colocynthis conepxammii mMukpomosbl KK mpu ux
PaBHOMEPHOM pacrpeAeSIiCHUH TOJI0XKHUTEIBHO BIUAET HA JUIHIHBIA OOMEH, HE CIIOCOOCTBYET MOBBIIICHUIO
00IIIeTo XOJIeCTeprHA, He BRI3bIBACT YBEIMYCHUS MACCHI Tela.

KuioueBble c10Ba: )KUPHbBIE KHCIOTHI; TUTOMPOTENIbI; CaXapHBIA AMA0ET; TPUTIIHIIEPHIBL;, XOJIECTEPHH.
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