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Lipid peroxidation plays a key role in the alteration of cell membrane's properties. Here we used as model
systems multilamellar vesicles (MLVs) made of the first two products in the oxidative cascade of
linoleoyl lecithin, namely 1-palmitoyl-2-(13-hydroperoxy-9,11-octadecanedienoyl)-lecithin (HpPLPC)
and 1-palmitoyl-2-(13-hydroxy-9,11-octadecanedienoyl)-lecithin (OHPLPC), exhibiting a hydroperox-
ide or a hydroxy group at position 13, respectively. The two oxidized lipids were used either pure or in
a 1:1 molar ratio mixture with untreated 1-palmitoyl-2-linoleoyl-lecithin (PLPC). The model membranes
were doped with spin-labeled lipids to study bilayer alterations by electron paramagnetic resonance
(EPR) spectroscopy. Two different spin-labeled lipids were used, bearing the doxyl ring at position
(n) 5 or 16: γ-palmitoyl-β-(n-doxylstearoyl)-lecithin (n-DSPPC) and n-doxylstearic acid (n-DSA).
Small changes in the acyl chain order in the sub-polar region and at the methyl-terminal induced by lipid peroxi-
dation were detected by X-band EPR. Concomitantly, the polarity and proticity of the membrane bilayer in those
regions were investigated at W band in frozen samples. Analysis of the gxx and Azz parameters revealed that
OHPLPC, but mostly HpPLPC, induced a measurable increase in polarity and H-bonding propensity in the central
region of the bilayer. Molecular dynamics simulation performed on 16-DSA in the PLPC–HpPLPC bilayer revealed
that water molecules are statistically favored with respect to the hydroperoxide groups to interact with the
nitroxide at the methyl-terminal, confirming that the H-bonds experimentally observed are due to increased
water penetration in the bilayer. The EPR and MD data on model membranes demonstrate that cell membrane
damage by oxidative stress cause alteration of water penetration in the bilayer.

© 2012 Elsevier B.V. All rights reserved.

1. Introduction

Cell membranes are made of a specific mixture of proteins and lipids
representing the basic structural component of various organs and
organelles such as mitochondria and chloroplasts. Membranes play a
crucial role in many cellular processes. Oxidative stress in the cells
occurring as a consequence of an inequity between the pro-oxidant/
antioxidant systems, causes injury to biomolecules such as nucleic
acids, proteins, structural carbohydrates, and lipids [1]. Oxidized phos-
pholipids are characterized by the presence of variously oxygenated
and oxidatively modified fatty residues, highly unusual in the ordered
bilayer hydrophobic core. To date, lipid peroxidation is increasingly

considered as a deleterious process that can perturb the bilayer structure
leading to modifications of basic properties such as the ordering of fatty
acid chains [2], lateral phase separation [3], phase transition temperature
[4], reversal of truncated acyl chains into the outer water medium [5–7],
accompanied by variations of lateral diffusion and chain mobility [8]. A
concomitant increase of water penetration in peroxidized bilayers
[8–10] and a facilitated phospholipid flip-flop have been observed [11].
The bilayer alterations are thought to impact heavily onto membrane
functioning so that changes in a variety of biological processes can be
expected, leading to pathological implications [12,13].

Lipid peroxides derive from ROS (reactive oxygen species) and RNS
(reactive nitrogen species) attack the polyunsaturated fatty acids.
The first stable intermediates of lipid peroxidation are hydroperoxy-
and hydroxy-conjugate dienes. Natural membranes are characterized
by the existence of lipid microdomains with different phospholipid
composition and unsaturation degree. Following ROS attack, fully
unsaturated microdomains could well turn into fully oxidized
microdomains, though representing a small percentage of the whole
lipidome. Furthermore, no typical oxidation pattern has ever been
defined for any natural peroxidized membrane, or can be defined at
the present state of knowledge, since oxidative stress strikes in a still
unknown variety of pathways, ending in a still non-understood variety
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of oxidation patterns, depending on the oxidizing agent and the oxida-
tion conditions, or the type of oxidative pathology. Mass spectrometry
studies of oxidative lipidomics in pathological tissues can help to
address those issues [14,15]. Following these considerations, natural
lipoperoxidized membrane composition cannot be precisely
defined, while characterization of model membrane enriched in the
species of interest can give first insights into the general effects of
oxidative stress on the bilayer properties. In this study we focused
on the effects induced on model membranes formed by the normal
species 1-palmitoyl-2-linoleoyl-sn-glycero-3-phosphatidylcholine
(PLPC) by the introduction of the two leading intermediate species
in lipid peroxidation, namely 1-palmitoyl-2-(13-hydroperoxy-
9,11-octadecanedienoyl)-lecithin (HpPLPC) and 1-palmitoyl-2-(13-
hydroxy-9,11-octadecanedienoyl)-lecithin (OHPLPC) in a 50 to
100% molar percentage (Fig. 1). Two different lipids carrying the
doxyl spin labels at position (n) 5 or 16, namely γ-palmitoyl-
β-(n-doxylstearoyl)-lecithin (n-DSPPC) and n-doxylstearic acid
(n-DSA) (Fig. 1) will be used as reporter molecules for membrane
polarity and acyl chain order at the sub-polar and methyl terminal
regions of the bilayer. Fatty acid spin labels (n-DSA) are evenly
distributed among the phospholipids, and spin-labeled lecithins

(n-DSPPC) are integrated into the bilayer, thus they provide comple-
mentary measures of the amplitude of motion of the molecular long
axis about the average orientation of the fatty acid chain in the lipid
bilayer.

Previously, EPR was used to study alteration of the acyl chain order
upon lipid peroxidation using various n-doxyl stearate spin probes
[16]. X-band EPRmeasurementswere later performed on planar bilayers
made of pure PLPC, pure HpPLPC or a PLPC/HpPLPC 1:1 mixture in order
to explore the effects on the phospholipid bilayer geometrical order [17].
It was found that conjugated-dienes lecithins did not alter fatty acid
chain alignment in the bilayer hydrophobic interior. In a subsequent
study [4], X-band EPR measurements were performed on multilamellar
vesicles (MLVs) made of PLPC, HpPLPC, and OHPLPC either pure or
mixed in order to study the effects on lateral phase separation, gel–
solid to gel–liquid transition temperature, polarity and acyl chain order.
It was concluded that OHPLPC/PLPC and HpPLPC/PLPC MLVs featured
lateral phase separation at room temperature and gel–solid to gel–liquid
transition temperature values are lower than pure those of PLPC MLVs.
AlthoughMDsimulations suggested that the presenceof polar oxygenat-
ed groups into the lipid bilayer could increase water penetration [8,9],
the polarity profile experimentally obtained from the isotropic hyperfine
value extracted fromhigh temperature (60–80 °C) continuouswave EPR
spectra was similar to that obtained for non-oxidized PLPC MLVs [4]. In
this study, we investigate by high frequency EPR at cryogenic tem-
perature the suggested change in water penetration upon lipid per-
oxidation. The W-band data reveal changes in polarity and proticity
in the phospholipid bilayer upon lipid peroxidation, proving the in-
sufficient sensitivity of the high temperature X-band EPRmethod ap-
plied before. The heterogeneous gxx spectral region detected for the
spin label at position 16 in both DSA and DSPPC allowed a detailed
inspection of the changes in the H-bonding to the nitroxide group
upon lipid peroxidation, which are attributed to changes in the
water content in the middle of the bilayer on the basis of molecular
dynamics simulation.

2. Materials and methods

2.1. Materials

5-doxylstearic acid (5-DSA), 16-doxylstearic acid (16-DSA) and
lipoxidase (type V from soybean, EC 1.13.11.12) were purchased from
Sigma; 1-palmitoyl-2-linoleoyl-glycero-3-phosphocholine (PLPC) was
supplied by Avanti Polar Lipids; solvents were Baker HPLC grade.
Lichroprep RP18 (40–63 μm) silica gel was from Merck.

2.2. Phospholipid modification

1 γ-palmitoyl−β-(n-doxylstearoyl)-lecithin (5- or 16-DSPPC) was
obtained by coupling n-doxylstearic acid (n-DSA) to 1-palmitoyl-2-lyso-
lecithin according to Boss et al. [18], and purified by reverse-phase
(RP-18 silica gel) flash-chromatography followed by an elution UV–VIS
spectrophotometer (Cary 50) with a continuous flow quartz cuvette
(Hellma) at a wavelength of 235 nm [17]. 1-palmitoyl-2-(13-
hydroperoxy-9,11-octadecanedienoyl)-lecithin (HpPLPC) was obtained
by action of lipoxidase on PLPC [19]. Themolecular structure of the prod-
uct was confirmed by mass spectrometry. The mass spectrum and the
fragmentation mechanism of the molecule confirming the C-13 hydro-
peroxide group position are given Fig. S1. In this context, we point out
that numbering of the –OOH group at position C-9 cited in [4,20] was
erroneous, and that the correct structure of the molecule used for those
measurements is the one shown in [17] and in this work (Fig. 1). Reduc-
tion of these species with NaBH4 yielded 1-palmitoyl-2-(13-hydroxy-
9,11-octadecanedienoyl)-lecithin (OHPLPC). After extraction from the
reaction mixture by the method of Bligh and Dyer [21], the products
were purified by RP18 silica gel reverse-phase preparative column

Fig. 1. Chemical structures of the spin labels and the oxidized phospholipids used in
this study.
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flash-chromatography, using CH3OH/(C2H5)2O/H2O 95:5:2 (vol). Quanti-
tative phosphorus analysis was performed according to [22].

2.3. Vesicles preparation

Vesicles (MLVs) were prepared according to Marsh et al. [23]. MLVs
were chosen for this study for their well-defined thermal behavior and
the similarly relaxed curvature in both leaflets. Briefly, the desired
phospholipid mixture was dissolved in 0.5 ml dichloromethane and
dried to a thin film under a nitrogen stream in a test tube at 40 °C.
After further drying for 30 min under vacuum, the filmwas hydrated
with 0.5 ml of a 100 mMKCl, 10 mM Tris/HCl, pH 8 buffer for 20 min
at 40 °C. For EPR measurements, 2% (by mol) of the desired
spin-labeled (5- or 16-doxylstearoyl-phosphatidylcholine; 5- or
16-doxylstearic acid), was included in the initial mixture and the
hydrated preparation was concentrated to 10 μl after centrifuging
for 30 min at 10,000 g in a 5417R refrigerated centrifuge.

Spin-labeled MLVs (1–2 μl) were then transferred to a quartz capil-
lary (0.89 mm outer diameter, 0.5 mm inner diameter) at room tem-
perature and snap frozen in a big reservoir of liquid nitrogen before
insertion in the W-band resonator pre-cooled at 160 K. The small
diameter of the capillary allows for extremely fast freezing times. The
same quartz capillaries were also placed in a 3.8 mm quartz tube, and
room temperature X-band spectra were detected before and after the
W-band measurements in order to verify the absence of membrane
damage after freezing/thawing. The MLVs containing HpPLPC, species
known to be unstable over time, were prepared and directly measured
within 1–2 days after the lipid preparation.

2.4. Polarity and proticity determination: W-band EPR

The low temperature (160 K) cw W-band EPR spectra (94.1–
94.2 GHz) were recorded on a Bruker Elexsys E680 spectrometer
equipped with a W-band probehead. Samples were loaded into
W-band quartz capillaries and spectra were recorded with 5 μW
microwave power, 100 kHz field modulation, 0.25 mT modulation
amplitude, 400 Gauss sweep width, without automatic frequency
control. Up to 8 spectra were averaged. The gxx and Azz values, di-
agnostic for polarity and water penetration into the membrane,
were obtained by fitting of simulated spectra to the experimental
ones. The simulated spectra were obtained with the Easyspin
function “pepper” [24] using one or two different gxx values corre-
sponding to one or two nitroxide populations. The gxx and Azz

parameters obtained from the fits are presented in Table S1.

2.5. Molecular dynamics simulations

Simulations were carried out with 2 molecules of 16-DSA randomly
placed in each leaflet of a bilayer containing 62 molecules each of
HpPLPC and PLPC. Themodified Berger force field [25], with parameters
adapted from http://moose.bio.ucalgary.ca/ was used for PLPC. Force
field parameters for HpPLPC were the same as used in [9] and were
kindly provided by Luca Monticelli. Force field parameters of 16-DSA
were those used in [26], and kindly provided by Tomasz Rog. Water
was represented by a single point charge (SPC) model [27]. The simula-
tion was implemented in GROMACS package version 4.5.3 [28–30].
Simulation conditions and treatment of non-bonded parameters were
similar to those reported in [31]. The system was simulated in the NPT
ensemble for 200 ns at 310 K with a time step of 2 fs using a leap-frog
integrator [32]. Temperature coupling was performed using the
Nose-Hoover thermostat [33,34] with a reference temperature of
310 K. A semi-isotropic pressure coupling was applied using the
Parinello–Rahman barostat [35] with a coupling constant of 0.1 ps and
a reference pressure of 1.0 bar in all directions. The compressibility
value for pure water, 4.5·10−5 bar−1, was used. Trajectories were
sampled every 10 ps.

3. Results

3.1. Lipid peroxidation does not affect acyl chain order at room temperature

Spin-labeled 5- or 16-DSPPC and 5- or 16-DSAwere used as reporter
molecules at room temperature inMLVs preparedwith pure PLPC, PLPC
containing 50% of the corresponding conjugated-dienes lecithin, and
pure HpPLPC or OHPLPC. The lipids used in this study have transition
temperatures below 0 °C [4] (−18 °C for PLPC), thus they are fluid at
room temperature. Spin-labeled lipids in fluid lipid membranes
usually display axially anisotropic spectra, for which the 14N-hyperfine
anisotropy and linewidths decrease with increasing labeling position
(n) down the lipid chain. Accordingly, in the standard PLPC MLVs, the
5-DSA showed the characteristic spectrum reflecting the local rigidity
of the molecule in the sub-headgroup region of the lipid bilayer and
the 16-DSA a narrow three line spectrum typical of the central region
of the bilayer (Fig. S2). The spectra of the reporter molecule 5-DSA did
not show relevant changes upon addition of OHPLPC or HpPLPC. On
the other side, the nitroxide at position 16 in the presence of pure
OHPLPC and pure HpPLPC became slightly more restricted in motion,
in line with previous data [17].

The fact that the spectra of the two reporter positions (5 and 16) in
the presence of oxidized species still show the characteristic features
observed in normal PLPC bilayers confirms that the spin-labeled probes
are properly packed into the bilayer and no dislocation of the lipid chain
occurred.

3.2. Effect of lipid peroxidation on the water penetration into lipid
bilayers

To obtain information on the effects of lipid peroxidation on water
penetration in MLVs, W-band EPR spectra were detected at cryogenic
temperature. The capillaries equilibrated at room temperature were
shock frozen in liquid nitrogen and then transferred to the pre-
cooled W-band cavity at 160 K. This procedure was adopted to
provide a snapshot of the polarity and proticity properties of the
fluid membrane. One cycle of freezing and thawing was shown not
to affect the EPR spectral features, proving that the bilayer integrity
is maintained during the W-band measurement (Fig. S3). The Azz

and gxx values extracted from the W-band spectra are known to be
sensitive indicators for the polarity (electric fields along the NO
bond of the nitroxide) and proticity (H-bond formation towards the
NO group) character of the nitroxide micro-environment [36].

Fig. 2 shows the comparison of the W-band spectra for the n-DSA
and n-DSPPC species investigated. The gxx region of the spectra
appears very heterogeneous in the case of the position 16 in the
middle of the membrane bilayer, indicating the presence of two
populations characterized by different gxx values, as was already
previously observed in doxyl spin-labeled lipids in membrane bilayers
and protic solvents [37,38]. An even more pronounced heterogeneity
is observed in spin-labeled proteins, where the number of components
can be up to three [39]. The two nitroxide populations visible in the
W-band spectra at low temperatures are interpreted in terms of differ-
ent H-bonding propensities of the nitroxide population: the lowest gxx
corresponds to nitroxides with one H-bond formed with an available
H-bond donor, the highest gxx to a population without H-bonds. The
H-bond donor for doxyl probes in non-oxidized membranes has been
confirmed by ESEEM and ENDOR studies to be a water molecule
found in a specific geometrywith respect to the nitroxide group [38,40].

For position 5, a broad peak appears in the gxx region, typical for
nitroxides in contact with water molecules showing a large g-strain
which does not enable to distinguish different populations within the
spectral linewidth. Interestingly, no detectable effects in the gxx or in
the Azz were observed for the nitroxides close to the membrane
headgroups (5-DSA and 5-DSPPC) under any oxidation condition.
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On the contrary, the heterogeneous shape of the gxx peak of 16-DSA
and 16-DSPPC changed in the presence of HpPLPC and OHPLPC, with
the MLVs containing 100% of the oxidized species showing the most
relevant changes. The overall movement of the gxx peak towards higher
magnetic field correlates with an increase in the Azz value (arrows in
Fig. 2), thus indicating a higher polarity and proticity of the nitroxide
probes upon lipid oxidation.

The spectra of 16-DSA and 16-DSPPC in differentMLVs could be only
simulated with two populations of nitroxides characterized by two
values of gxx (gxx1=2.00863±0.00002; gxx2=2.00919±0.00001) as
shown in Fig. 3. The values of the two gxxi were kept constant in the
fitting while their ratio was varied.

The fraction corresponding to gxx1 is assigned to an H-bonded
nitroxide population, while the fraction corresponding to gxx2 is
assigned to a non H-bonded nitroxide population. In pure PLPC the
fraction of the H-bonded water exposed population is around 28% for
bothDSA and DSPPC spin-labeledmoieties (Fig. 4). This fraction slightly
increased in the presence of 1:1 PLPC–HpPLPCmixtures (up to 30–35%)
and further increased in the case of pure HpPLPC and OHPLPC. The
stronger effects were reported by 16-DSA in MLVs formed with pure
HpPLPC (67%). Concomitantly, the Azz parameter, which is sensitive to
the polarity of the nitroxide micro-environment, increased from
3.28 mT in the pure PLPC to 3.45 mT in the case of the other samples,
indicating a general increase in polarity both in the semi and fully
oxidized membranes (Table S1). The more distinguishable effects in
gxx than in Azz values are a consequence of the fact that the gxx value de-
pends strongly on both polarity and H-bonding, making it a better
reporter for the overall changes in the nitroxide micro-environment.
Moreover, the composite nature of the gxx peak in the case of the spin
labels at positions 16 made it possible to clearly distinguish even subtle
changes in the spectral features, which are not visible in the hyperfine
lines of the gzz region of the spectrum.

The fits on the spectra of the analogous samples with the reporter
spin label at position 5 were performed with a single nitroxide popula-
tion with a gxx value characterized by a 0.0008 strain which was found
to be not affected by the level of oxidation (Fig. S4, Table S1). The plot
of the mean gxx values versus Azz is presented in Fig. 4B, showing the
effect of HpPLPC and OHPLPC in the water penetration in the central re-
gion of the membrane bilayer. The strongest effect is seen for 16-DSA in
pure HpPLPCwhich is found in the same region of the gxx versus Azz plot
as the water exposed 5-DSA in pure PLPC (arrows in Fig. 4), indicating

the relevant change in the water accessibility in these oxidized MLVs.
Similar but less pronounced effects are probed by the 16-DSPPC variants.

3.3. MD simulations of H-bonding to the nitroxide group in oxidized
membranes

In the presence of HpPLPC, we observed the most pronounced
increase in proticity in the 16-DSA probe. This implies a higher
propensity of the spin labels in the center of the bilayer to form
H-bonds with nearby H-bond donors. These donors could be nearby
water molecules or possibly nearby OOH groups from the oxidized
lipids. To disentangle these two possibilities, molecular dynamics
simulations were performed with 2 molecules of 16-DSA randomly
placed in each leaflet of a bilayer containing 62 molecules each of
HpPLPC and PLPC (Fig. 5A). The results of a 200-ns trajectory are
shown in Fig. 5B in terms of the number of NO–OOH and NO–water
encounters. The encounters of the NO group with the OOH group
are much less likely compared to NO–water encounters, indicating
that water molecules are statistically much more favored than the
oxidized lipids to form H-bonds to the nitroxide group. Based on
the MD data, we conclude that the EPR data revealed H-bonds formed
prevalently with water molecules, and not with the OOH groups
of HpPLPC.

4. Discussion

Unsaturated phospholipids, glycolipids, and cholesterol in cellmem-
branes and other organized systems are prominent targets of oxidant
attack. This can result in lipid peroxidation, a degenerative process
that is the molecular basis for oxidative stress-related pathologies at a
membrane level. Here we address experimentally by W-band EPR the
question if lipid peroxidation in MLVs can affect water penetration in
the bilayer, as already suggested by MD simulations [9]. We focus on
the effects induced in model membranes formed by PLPC by the intro-
duction of the two leading intermediate species in lipid peroxidation,
namely HpPLPC and OHPLPC in a 50 to 100% molar percentage.

All model membranes investigated showed spectral features at
room temperature in agreement with the normal gradient observed in
fluid membranes. To address the possible change in water penetration
in the bilayer, we took advantage of W-band spectroscopy at low tem-
perature. First, the higher microwave frequencies provide important

Fig. 2. Low temperature (160 K) W-band spectra of n-DSA and n-DSPPC in different MLVs. Pure PLPC (black); pure OHPLPC (red); pure HpPLPC (blue); OHPLPC/PLPC 1:1 in mol
(yellow) and HpPLPC/PLPC 1:1 in mol (cyan). Arrows highlight the changes in gxx and Azz.
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Fig. 3. Fits of the simulated (red) to the experimental (black) spectra of 16-DSA and 16-DSPPC in different MLVs. The spectra are simulated with two components characterized by
different gxx values. The insets show the magnified low field region of the spectra to highlight the heterogeneity of the gxx region.
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advantages with respect to the lower frequency measurements on po-
larity and proticity determination in terms of spectral resolution [37].
Second, fluid MLVs equilibrated at room temperature are shock frozen
in liquid nitrogen for W-band measurements, which can be considered
a better method to obtain a snapshot of the membrane physiological
conditions than warming the MLVs up to 80 °C to extract the isotropic
hyperfine coupling constant at X band. Third, the maximal changes in
Azz observed in W band (0.08 for 16-DSPPC and 0.17 mT for 16-DSA,
Table S1) would correspond to changes in the order of 0.03–0.05 mT
in the isotropic a0 extracted at 80 °C, which is close to the sensitivity
limit of the technique. For these reasons we think that the previous
X-band extraction of the isotropic parameterwas insensitive to changes
in polarity due to lipid peroxidation in model membranes [4].

In this W-band study we found that the nitroxide group located
close to the membrane headgroups, thus in a polar environment, is
mostly unaffected by the presence of polar hydroxy or hydroperoxide
groups. Since the nitroxide already faces a water rich environment in

the unoxidized bilayer, it is not sensitive to possibly small changes in
water penetration in the bilayer induced by lipid peroxidation.

In contrast, a polarity and proticity increase could be clearly seen
for both 16-DSA and 16-DSPPC moieties, with the smallest effects
induced by the PLPC–OHPLPC mixture and the most relevant effects
induced in the presence of 100% HpPLPC. Of the two nitroxide
populations, the one characterized by the lower gxx1 value which
shows higher propensity to form H-bonds when in contact with
H-bond donors increases its relative weight in the OHPLPC/PLPC
mixtures and in the MLVs containing 50 or 100% HpPLPC.

Recently, Freed and co-workers suggested that the origin of the
H-bonded fraction observed in DOPC and DPPC membranes containing
n-PC spin labels (n>7) arises from bent conformations of the spin-
labeled lipids in gel and frozen membrane bilayers [41]. The nitroxide
moiety in the bent lipid is suggested to be back to the surface region
with high water content. Although the results are intriguing, the analy-
siswas performed inmembranes in the gel phase (DOPC andDPPChave

Fig. 4. (A). Fraction (%) of the nitroxide population characterized by the gxx1 parameter as obtained from the fits (colored bars) and Azz values (inmT, grey bars). The estimated error for the
gxxi values is ±5E−5, for the fraction is ±2.5%. The estimated error for Azz is ±0.01 mT. (B). Correlation between average gxx and Azz values for 5-DSA (■) and 16-DSA (▲) (left graph)
and for 5-DSPPC (■) and 16-DSPPC (▲) (right graph) in differentMLVs. The value obtained from the fit of the gzz component (~2.0021–2.0022) has been subtracted from the average gxx
value to account for small errors in the B field calibration. The arrows indicate themost relevant change in polarity and proticity as probed by 16-DSA and 16-DSPPC going frompure PLPC
to pure HpPLPC. Color code as in panel (A).
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transition temperatures >20 °C) and in the fluid phase things may be
different, as the authors also pointed out. Here we performed the
W-band experiments by shock freezing the membrane bilayers in
the fluid phase (above their transition temperatures) to try to trap the
properties of the fluid membranes. Thus, we can assume that the
nitroxide groups of the 16-DSA and 16-DSPPC are prevalently in the
middle of the membrane bilayer. Although the reporter spin labels
may show more affinity to structural defects in membranes, which
could be possibly also enhanced by oxidation, the observed increase in
H-bonds can be considered a feature of the fluid membrane.

The fact that for the spin labels at position 16 we simultaneously
detect an increase of Azz (sensitive mainly to the electric field along
the N\O bond) and a decrease of gxx (which is affected both by the
polarity and by the H-bonds to the N–O group) allows us to address
selectively the pure polarity effects due to charged atoms or electric
dipole moments creating an electric field along the NO bond, and the
combined H-bonding effects which require an H-donor (usually an
OH group). To form an H-bond to the doxyl nitroxide group the OH
moiety has to be within 2 Å to the NO group of the label in a specific
geometrical arrangement. The same length and orientation of the
hydrogen bond to the doxyl probe were found in different solvents
and in membranes, indicating that nearly identical hydrogen bonds
have been formed regardless of the solvent dielectric constant [38,40].
This strengthens the hypothesis that high field-frequency EPR spectra
are exclusively sensitive to formation of specific hydrogen bonds to
the NO group and can be used to probe in membrane bilayers the
hydrogen-bond network between waters and spin-labeled lipids.

The molecular dynamics simulations performed here in a PLPC–
HpPLPC fluid bilayer containing the 16-DSA showed that the molecu-
lar encounters between the nitroxide moieties in the middle of the
membrane bilayer and the oxidized groups are negligible with
respect to those with the water molecules penetrating the bilayer.
The MD data thus indicates that the increased H-bond propensity in
the oxidized membrane detected by EPR can be mostly explained in
terms of an enhanced water penetration, rather than H-bonding
between the probe and the oxidized lipid.
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