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The influence of membrane lipids (0.001 - 0.1 mM) on the rate of B-carotene oxidation initiated by the lipophilic
azoinitiator AMVN and by microaggregates formed by acetylcholine (ACh) and tert-butyl hydroperoxide (ROOH) in n-
decane (37 ° C) was studied. Phosphatidylcholine, sphingomyelin and cholesterol were investigated as lipid components.
In homogeneous systems, all the additives slightly decrease the consumption rate of B-carotene initiated by AMVN due
to cross radical reactions. In the case of initiation by mixed microaggregates {mROOH...nACh} which generate peroxyl
radicals RO>*, a dose-dependent r etarding effect of phosphatidylcholine on the 3-carotene consumption rate was observed
whereas cholesterol additives caused acceleration of B-carotene oxidation. Sphingomyelin did not show any significant
differences. It was found that the changes of radical initiation rate correlated with the changes of microaggregates sizes

measured by dynamic light scattering.
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INTRODUCTION

The surfactant effect on lipid oxidation is
determined by the ability of hydroperoxides
(ROOH), the primary products of oxidation, to form
mixed micelles-microaggregates with surfactants:
mMROOH + nS < {mROOH...nS} [1-3]. The
formation of mixed micelles that have a strong
influence on the decomposition of ROOH was
studied and confirmed by nuclear magnetic
resonance (NMR) spectroscopy, dynamic light
scattering (DLS), and tensiometry [2-4]. Depending
on the chemical nature of the surfactant and oxidized
substrate, catalysis of oxidation in the case of
cationic surfactants (S+) [1-4], inhibition [5,6], or no
effect at all [1,2] can take place. The key reaction of
the catalytic mechanism of cationic surfactants (S¥)
on the lipid oxidation is the accelerated
decomposition of hydroperoxides into radicals in
mixed micelles. With anionic and nonionic
surfactants, hydroperoxides also form mixed
micelles, but the radical decay is accelerated only in
combination with S*. In micelles with S*, peroxide
bond -O-O-, evidently, falls properly into a strong
electric field of a double electric layer with a high
voltage of ~ 10°-107 VV/m, which attenuates this bond
and stimulates homolytic decay. Simple micellar
effects on the rate of ROOH decomposition into free
radicals due to the concentration of reagents in the
micelle core and interface or due to the change in the
polarity compared to that in bulk solution [6] do not
explain the scale and selectivity of the effect inherent
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only to cationic surfactants [1-5]. The activation
energy of the thermal decomposition of different
ROOH is 90-120 kJ-mol™ [7-9]; in reverse micelles
{mROOH...nS*}, it decreases to 40-60 kJ/mol [2, 3,
10,11]. As aresult, the binary system S*— ROOH can
be applied as a lipophilic (reverse micelles) and
hydrophilic (direct micelles) initiator of free

radicals:
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Figure 1. Direct (a) and reverse (b) micelles
{mROOH...nS}

It was found that the known neurotransmitter
acetylcholine chloride (ACh), forms mixed micelles
with ROOH and accelerates the decomposition of
ROOH into radicals and the oxidation of lipids
similar to cationic surfactants [12,13]:

MROOH + nACh & {mROOH...n ACh} - RO’

Oxidation of biomembrane lipids, such as
phosphatidylcholine (PC) and cholesterol (Chol),
has been recognized to be related to human diseases,
such as atherosclerosis and cancer [14,15]. Along
with sphingomyelin (SM), PC and Chol are
constituents of rafts (“ruft-like lipids” [16]), whose
role in the physiology of the cell is being intensively
studied. Sphingomyelins are present in the plasma

275


mailto:pot.natalia2010@yandex.ru

N.V. Potapova et al.: Effect of some membrane lipids on radical generation in the system acetylcholine-hydroperoxide

membranes of animal cells and are especially
prominent in the brain substance and peripheral
nervous system [17].  Phosphatidylcholines
(lecithins), the most common molecules of cell
membranes, are widely represented in the cells of
various tissues; they perform both metabolic and
structural functions in membranes. Cholesterol
ensures the stability of cell membranes in a wide
range of temperatures. Chol is necessary for the
production of vitamin D, the production by adrenal
glands of various steroid hormones, including
cortisol, aldosterone, female sex hormones estrogen
and progesterone, the male sex hormone
testosterone, and according to recent data Chol plays
an important role in the activity of brain synapses
and the immune system, including protection from
cancer.

In this work, we studied the effect of PC, Chol,
and SM on the rate of B-carotene oxidation initiated
by the binary system ACh and tert-butyl
hydroperoxide (ROOH) in n-decane (37° C) as
compared with the oxidation initiated by the
lipophilic azoinitiator AMVN. B-Carotene (pro-
vitamin A) is a polyunsaturated hydrocarbon of high
activity in scavenging of various free radicals
[18,19]. In micellar systems, hydrophobic (-
carotene is localized in the organic phase and does
not interact with surfactants. By this reason, -
carotene is a convenient free radical acceptor to use
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in the inhibitor’s method for determination of the
initiation rate.

EXPERIMENTAL

Acetylcholine  chloride  (ACh), tert-butyl
hydroperoxide (ROOH), egg-phosphatidylcholine
(PC) (all from Fluka), cholesterol (Chol),
sphingomyelin (SM), B-carotene (A) and n-decane
(all Sigma-Aldrich) were used as purchased.

The oxidation of [-carotene was carried out
directly in a constant temperature-maintained quartz
cell (1L cm) of an Ultrospec 1100 pro
spectrophotometer at 37° C to determine the kinetics
of B-carotene consumption. Its concentration was
chosen in a way to intercept all the radicals escaped.
ACh, dissolved in a mixture chloroform: methanol
(2:1), was added to the solution of ROOH and a lipid
component in n-decane. The mixture was immersed
in an ultrasonic stirring bath (10 min); then 3 mL of
the mixture were placed in a quartz cell, to which 9
uL of B-carotene stock solution in n-decane was
added. The average size of microaggregates was
determined by dynamic light scattering (DLS) using
a Zetasizer Nano ZS analyzer (Malvern Instruments,
United Kingdom) equipped with a laser operating at
633 nm. The particle sizes were measured in the
range from 0.6 nm to 6 um. The measurements were
carried out at 25°C and a scattering angle of 173°.
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Figure 2. Structures of ACh, B-carotene and “ruft-like lipids” studied

RESULTS

There is a large number of studies on the
inhibitory  properties of phospholipids and
cholesterol [20-24]. These compounds do not have
the usual inhibitory groups to compete successfully
with bulk lipids for radicals. However, SM and PC
possess surface activity. Chol is known to affect the
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membrane structure and to contribute to the
transformation of spherical direct micelles to
vesicles [25]. We compared the effect of “ruft-like
lipids” on [B-carotene (A) consumption in
homogeneous n-decane solution and in a
microheterogeneous system, in which peroxyl
radicals were generated in mixed micelles
{mROOH...n ACh}.
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Table 1. Effect of lipid additives (LH) on the rate of B-carotene (A) oxidation initiated by the azoinitiator 1.5 10 M
AMVN in the presence of 1-10° M lipid, [B-carotene] =1 - 10° M, 37°C

Lipid additive (LH) Without additive Cholesterol Phosphatidylcholine Sphingomyelin
Rate of -carotene 4.310% 3.7.10° 3.9-10° 3.8.10°
consumption, M-s

Table 1 shows the influence of the additives of
Chol, PC, and SM on the rate of 3-carotene oxidation
initiated by lipophilic AMVN in homogeneous
medium. It can be seen that the additives did not lead
to strong differences in rates and the decrease in the
rate of B-carotene (A) consumption is probably
associated with involvement of lipids in radical
reactions and the increase in the rate of cross-
termination (Scheme 1). In the case of radical
initiation by the binary micellar system ACh-ROOH,
we observed different effects of lipid additives
(Table 2).

Chol additives demonstrated dose-dependent
increase of B-carotene oxidation rate, whereas in the

case of PC, a retardation effect was observed.
Sphingomyelin demonstrated retarding influence,
much weaker than PC (Table 2).

1) AMVN — RO;*

2) A+RO* »  AO*

3) AO* + RO2* — products

4) AO2* + AO,* — products

5) LH +R0O2* — LO;*+ ROzH

6) LH + AO;* — LO,* + AO:H

7) LO,* + AO,* — products

8) LO,* + RO,* — products
Scheme 1.

Table 2. Effect of lipid additives on the rate of p-carotene oxidation initiated by the binary system ACh-ROOH at
initial concentrations: 1.10° M ACh, 1-102 M ROOH, 1-10°° M B-carotene, in n-decane, 37°C

Concentration of Rate of B-carotene consumption, M-s*
additives, M Chol SM PC
Without additive 1.15.10°
1-10 3.5:10° 1.00-10° 0.02:10°
5-10° 3.8.10° 0.82-10° 0.005-10°°
1-10° 4.2.10° 0.75-10° 0.002-10°°
5-10° 4.8-10° 0.61-10° 0.001-10°
1-10* 5.0-10° 0.57-10° 0

It should be noted that hygroscopic acetylcholine
is not soluble in organic solvents, but in combination
with hydroperoxides, ACh forms relatively large
mixed aggregates, with a size of ~350 nm (Fig. 3a).
For comparison, a typical cationic surfactant
cetyltrimethylammonium bromide (CTAB) under
similar conditions forms together with tert-butyl
hydroperoxide mixed reverse micelles with a size of
10 nm [13] and provides a higher rate of B-carotene
consumption [2,3,5,13]. Because PC and SM are
surface active substances and Chol as an essential
structural component of all cell membranes, known
to affect the structure of direct micelles and
membranes [26,27], the influence of Chol and PC on
the sizes of mixed micelles {mROOH...nACh} was
studied.

In the presence of Chol, the time required to
establish a stationary distribution for DLS
measurement decreases, and the average size is
reduced to ~300 nm (Fig. 3.b). Since size reduction
is accompanied by an increase of the rate of radical
generation, we can suggest that Chol promotes, to
some extent, the integration of the —O-O- bond into
a double electric layer, which leads to an increase in
ROOH decay and radical initiation rate. PC is
relatively well soluble in organic solvents to yield
transparent or slightly opalescent (at [PC] > 20
mg/ml) solutions. According to the DLS data, at
[PC] = 2090 mg/ml in n-decane, reverse micelles
with average hydrodynamic diameters of 6 nm are
formed [28]. When PC is added to the micellar
solution of {mROOH...nACh}, micelles of ~100
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nm are formed along with large aggregates of 1500
nm (Fig. 3.c). Most likely, PC solubilizes the
micelles {mROOH...nACh} or the individual ACh.
This results in destruction of the inner structure of
the {mROOH...nACh}, changing of space location
of the —-O-0O- bond, and decrease of ROOH decay
and rate of radical escape into bulk solution.

1mM ACh + 50mM ROOH

g‘
Z
.size(anm)
(a)
1 mM ACh + 50 mM ROOH + 1 mM Chol
g 4:
Z e
size(d.nm)
(b)
1 mM ACh + 50 mM ROOH + 1 mM PC
g
3

size(d.nm)
(c)
Figure 3. Effect of Chol (b) and PC (c) on the average
size of microaggregates formed by the mixture of ACh
with tert-butyl hydroperoxide (a) in n-decane solution.

CONCLUSIONS

Acetylcholine forms common micelles with
hydroperoxides in the organic medium, which
facilitates the breakdown of hydroperoxides into free
radicals. The effect of the membrane lipids on the
rate of free radical generation in microaggregates
{mACh ... NROOH} was revealed.

Phosphatidylcholine  (lecithin)  solubilizes
{mACh ... nROOH} in an organic medium, which
results in a decrease of the radical initiation rate, and
the yield of radicals into the volume is hampered.
Cholesterol (Chol), on the contrary, stabilizes
{mACh ... nROOH}, accompanied by an increase of
the rate of radical generation.
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E®EKT HA HAKOU MEMBPAHHU JIMIIN/I BbPXY 'EHEPUPAHETO HA PAJIUKAJIN B
CUCTEMATA ALHETMIXOJIMH-XW/JPOIIEPOKCHU

H.B IToranosa*, JI.A. Kpyrosos, O.T. KacaiikuHa

Hnemumym no gusurxoxomus ,, H.H. Cemvornos”, Pycka akademus Ha naykume, yi. Kocueun 4, 19991 Mockesa, Pycka
Dedepayus

ITocrenuna Ha 30 centemBpu, 2017 r.; mpueta Ha 10 HoemBpH, 2017 T.

(Pesrome)

Brusiarero na memGpanuu mumuau (0.001 - 0.1 mM) BBpXy CKOpPOCTTa Ha OKUCIIEHHE HA [3-KapOTHH, MHUIIUMPAHO
ot yunodunuus azounuimarop AMVN u ot mukpoarperatu, o6pasyBanu ot anetwixonud (ACh) u tper.-6yTuinos
xuaponepokcun (ROOH) e uscnensano B N-gekan npu 37 °C. DocdartuauixonnH, COUHIOMUETHH U X0JIECTepos ca
W3CJICIBAaHN KaTO JHITUIHK KOMIIOHCHTH. B XOMOT€HHHM CHCTEMH BCHYKH J00aBKH ClIab0 MOHMKaBaT CKOPOCTTA HA

u3pasxojBane Ha [-kaporuHa, uHuEApano ot AMVN, mopamy KpbCTOCAaHW PajvKaloOBU peakiuu. B ciydas Ha
HHHIUUpaHe OT cMmeceHn Mukpoarperath {mROOH...nACh}, kouto reHepupar mepokcwinu pamukand RO,°, ce
HaOJI0/]aBa KOHIEHTPAIHOHHO-3aBIUCHM e(EeKT Ha 3a0aBsHe Ha KOHCYyMAIHsTa Ha [3-kapoTrHa OT hochaTHaIXONIUHA,

I0Kato 100aBKaTa OT XOJECTEPOJ YCKOPsBA OKHUCIECHHETO Ha [3-kapoTiHa. CHUHTOMHUENMHBT HE BOAW O 3HAUMMH
paznuuus. YCTaHOBEHO €, Y€ MPOMEHHUTE B CKOPOCTTA Ha PaAMKAIOBO HHUIMHUPAHE KOPEIUpaT C MPOMEHHUTE B pa3Mepa
Ha MUKpOAarperaTuTe, M3MEepeHH Ype3 TMHAMHYHO pa3celiBaHe Ha CBETIIMHATA.
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