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Abstract: Secreted phospholipases A2 (sPLA2s) are peripheral membrane enzymes that hydrolyze
phospholipids in the sn-2 position. The action of sSPLA2 is associated with the work of two active sites.
One, the interface binding site (IBS), is needed to bind the enzyme to the membrane surface. The
other one, the catalytic site, is needed to hydrolyze the substrate. The interplay between sites, how the
substrate protrudes to, and how the hydrolysis products release from, the catalytic site remains in the
focus of investigations. Here, we report that bee venom PLA2 has two additional interface binding
modes and enzyme activity through constant switching between three different orientations (modes
of binding), only one of which is responsible for substrate uptake from the bilayer. The finding was
obtained independently using atomic force microscopy and molecular dynamics. Switching between
modes has biological significance: modes are steps of the enzyme moving along the membrane,
product release in biological milieu, and enzyme desorption from the bilayer surface.

Keywords: PLA2; lipids; hydrolysis; AFM; supported lipid bilayers; molecular dynamics

Key Contribution: PLA2 has more then one bilayer binding sites, as was shown in in vitro and in
silico experiments.

1. Introduction

Interfacial enzymes are membrane-effected proteins, and secreted phospholipase A2
(sPLA2) is one of their bright representatives [1]. sPLA2s are found in practically all
types of organisms, including mammals. They are ubiquitously expressed throughout
most cells and tissues, suggesting their importance in life processes, including digestion,
inflammation, autoimmunity, host defense and atherosclerosis [2,3]. The sPLA2 reaction is
important for signal transduction, since polyunsaturated fatty acids (e.g., arachidonic acid)
and lysophospholipids released by sPLA2 can be converted to a wide variety of bioactive
lipids and promote multiple deleterious processes on their own. In addition to catalytic
properties, other functions are found for various representatives of sPLA?2 [2,4-6]. Since
sPLA2 is a biomarker of cardiovascular risk [7], the development of sSPLA2 inhibitors and
kits for sPLA2 activity measurements are of great importance [3,8-10].

Controlling sPLA?2 activity is very challenging, and there is currently no sPLA2 in-
hibitor on the market, although many are in clinical trials [8]. To a large extent, the
apparent rate and in vivo activity of sPLA2 are regulated by the affinity of the enzyme to
the membrane interface. Given the high conservation of the catalytic site and, conversely,
the variability in the interfacial binding site [11], the details of the process of enzyme
interaction with the membrane seem promising for further regulation of sPLA2 activity.

Currently, research on sPLA2 is focused on finding details of the enzyme action on
the atomistic level. A combination of experimental approaches and calculation methods,
especially molecular dynamics simulations (MD), is used. The last provide atomistic
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resolution of the enzyme-bilayer-substrate system. Recently, unique hydrophobic sites of
PLA2, which promote substrate specificity, were found [12], the influence of the linkage at
the sn-1 position of the lipid on hydrolysis rate was investigated [13], the precise specificity
of the subsite for the oxidized fatty acid at the sn-2 position of the phospholipid backbone
for lipoprotein-associated PLA2 was discovered [14], and details of PLA2 absorption on
the bilayer surface were described [15].

Atomic force microscopy (AFM) is a useful tool in the investigation of kinetics of the
PLA2-catalyzed reaction [16], with the first AFM observation of enzymatic degradation of
dipalmitoylphosphatidylcholine bilayer by Grandbois et al. in 1998 [17]. The advantage of
direct observation with AFM reveled the important role of defects or irregular molecular
packing in the phospholipid bilayer membrane in catalysis, where they act as the active
sites for the enzyme [18].

sPLA2 hydrolysis includes the stages of (1) adhesion on the membrane surface, (2) bind-
ing of an individual substrate molecule, and (3) its hydrolysis. This basic mechanism is
often extended with intermediate steps to adjust it to the objects under study [1,19]. The
interfacial binding step is crucial to the enzymatic function of sPLA2, as catalysis in the
aqueous phase is virtually nonexistent [20].

Despite a large and expanding body of knowledge regarding sPLA2 enzymes, several
topics remain unclear. These include molecular mechanisms of enzymes hopping between
membranes and scooting across the bilayer, product release from the enzyme and steps
involved in the interfacial recognition.

Not much attention has been paid to the process of the release of hydrolysis products.
The theoretical description of sSPLA2 hydrolysis assumes that the reaction products remain
in the membrane [1,3]. However, in real experiments, the release of reaction products,
the redistribution of all membrane components, the formation of other aggregates, or the
complete destruction of the membrane are often observed [21-24]. At the moment, there is
no consensus on the fate of hydrolysis products.

Gaps in our understanding of sPLA2 action have motivated us to visualize the enzyme
on the bilayer surface using atomic force microscopy on supported lipid bilayer and model
the enzyme landing on the bilayer surface using molecular dynamics simulations. Both
methods independently revealed the occurrence of three stable binding modes (different
orientations) of the bee venom sPLA2 (bvPLA2) on the palmitoyloleoylphosphatidylcholine
(POPC) bilayer. Below, we report details of the finding and propose the mechanism of
sPLA2 movement across the bilayer and release of hydrolysis products. The tandem use of
atomic force microscopy and molecular dynamics simulations gave good results, combining
the data of a real experiment with multiple protein molecules and the details of a single
protein at the atomic level. This combination of methods may be useful for other soft
matter studies.

2. Results
2.1. Atomic Force Microscopy Results
2.1.1. Supported Lipid Bilayer (SLB)

The model lipid bilayer used in the study is a lipid bilayer supported on the mica
surface (SLB). While the SLB technology is broadly used, the preparation of SLB suitable
for an enzymatic process requires multiple steps of adjustment. Lipids, pH, salinity, Ca**
and ethylenediaminetetraacetic acid (EDTA) concentration all affect both enzyme activity
and SLB performance.

We started by applying to mica liposomes prepared in standard PLA2 buffer (100 mM
or 10 mM Tris-HCI, 100 mM NaCl, pH 8.5). The liposomes had extremely low sorption
and did not form a bilayer on mica. When liposomes were prepared without the use of the
buffer (in milliQ water), they were well adsorbed on mica and degraded to form a stable
supported bilayer. However, when washed with the buffer, the bilayer was deformed,
possibly due to the osmotic shock. We were able to obtain a stable and smooth supported
POPC bilayer by preparing liposomes in 100 mM NaCl. In this case, liposomes readily
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formed a bilayer on the mica, and further exchange of a liquid above with diluted buffer
(10 mM Tris-HCl, 100 mM NaCl, pH 8.5) had no effect on bilayer performance.

Depending on the lipid concentration and incubation time, we obtained different
degrees of mica coverage with the bilayer (Figure 1A,D,G). These differed from each other
by the amount of defects in the lipid cover.

Figure 1. AFM imaging. POPC bilayer topography upon bvPLA2 addition in hydrolytic and non-
hydrolytic conditions. (A—C) Active enzyme on POPC bilayer; (A) smooth membrane, almost full
coverage, before enzyme addition. (B) The same area 2 min after addition of bvPLA2 (0.01 uM
with 5 mM CaCly; rapid membrane degradation started from the bilayer defects. (C) The same
area 20 min after enzyme action, with complete bilayer degradation. (D-G). Inhibited enzyme
(with 25 mM EDTA). (D) POPC bilayer with small areas of bare mica (dark spots). (E) Addition
of bvPLA2 (1 uM with 25 mM EDTA; enzyme tended to adsorb on the membrane boundaries and
on bare mica areas. (F) Clusters of bvPLA2 at the edge of membrane, with no enzyme on the
membrane surface (high EDTA concentration hampered enzyme adsorption). (G-I) Inhibited enzyme
visualized on membrane surface. (G) Total coverage of mica by POPC membrane. (H,I) bvPLA2
visualized on POPC membrane (0.5 uM bvPLA2 with 5 mM EDTA and 1 uM bvPLA2 with 1 mM
EDTA), correspondingly.

2.1.2. Enzyme Action on SLB

The SLB was washed with the Ca buffer (10 mM Tris-HCI, 100 mM NaCl, pH 8.5,
5 mM CaCly). When an active enzyme was added to a bilayer with minor defects, we
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observed a rapid destruction of the bilayer, which began from the edges of the defects
(Figure 1B,C). Given the rate of the process and the changeability of the membrane in this
case, it was not possible to visualize the enzyme in this mode. We used the data to ensure
the enzyme was capable of rapid hydrolysis in our experimental conditions. The process of
bilayer degradation by sPLA2 under AFM conditions was studied previously [17,18,22]. It
was shown that dipalmitoylphosphatidylcholine hydrolysis catalyzed by bvPLA2 occurs
preferentially at the edges of pits or defects on the bilayer surface [22].

2.1.3. Visualization of Enzyme Bound to the Bilayer

To visualize the enzyme on the bilayer, we used a buffer with the addition of EDTA. At
high concentrations of EDTA, the enzyme tended to adsorb on the membrane boundaries
and on bare mica areas, but not on the bilayer (Figure 1E,F). EDTA is able to interact with
the choline group of phospho-lipids [25], and at high concentration, it may hinder an
enzyme’s adsorption on the membrane surface.

Previously, it was demonstrated that hydrolysis of the bilayer by sPLA2 starts from
the defects and boundaries of the bilayer [17,26]. We also observed the accumulation of
bvPLAZ2 in these areas. High curvature and open hydrophobic areas may provoke protein
sorption and subsequent catalysis.

By adjusting the conditions so as to obtain complete coverage of the mica with the
bilayer and reducing the concentration of EDTA, we obtained images of the protein on the
membrane (Figure 1G-I).

Fitting the size distribution of protein globules on the bilayer with Gaussian functions
revealed three populations (states) (Figure 2A,C). These differed from each other by the
altitude (the distance between the outer surface of the enzyme molecule and bilayer surface)
and relative frequency of occurrence. Taking into account the geometric dimensions of
the protein globule, it can be assumed that the population with the smallest altitude is the
protein most deeply embedded in the membrane, while other populations may represent a
protein that is not so deeply embedded in the bilayer or adsorbed on it by the other modes
(Figure 2B). Since the population of states (probabilities) is known, the energy difference
between states could be calculated according to the Boltzmann equation (see diagram in
Figure 2C).
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Figure 2. (A) Combined size distribution of bvPLA2 molecules on the surface of POPC bilayer
obtained by AFM image analysis (circles). Fit of experimental data with a sum of Gaussian functions
(gray solid line). Gaussian functions obtained through fitting are represented as filled curves. In
total, three different modes of enzyme altitude above the bilayer were identified upon fitting experi-
mental data. Digits represent median and fraction values of each Gaussian function. (B) Schemati-
cally, altitude is the distance between membrane surface and top surface of the enzyme. Distances
Asp69—His11 (vertical rule) and Glu20—Thr103 (horizontal rule) give an idea of bvPLA2 dimensions.
(C) Energy difference between binding modes calculated according to Boltzmann equation.
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2.2. Molecular Dynamics Results

Coarse grain (CG) simulations were performed for six starting orientations of the
enzyme relative to the bilayer (schematic representation on Figure 3 top, CG representation
Figure S1). In each run, the enzyme had rapidly landed on the bilayer, and this was traced
by protein-lipid contacts (see Figure S2).
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Figure 3. Top: Schematic representation of six starting orientations of bvPLA2 with respect to
bilayer surface in coarse grain MD. At the end of simulation, these degraded to only three different
modes. Bottom: Full atom MD for three binding modes of bvPLA2 on POPC bilayer. View from the
membrane surface in the “mode 1” orientation. Amino acid residues that form stable contacts with
lipids are highlighted in orange with their total number and contact intensity. For more details, see
Supplementary Materials Table S1.

Analyzing the protein-lipid contact map (Figure S2), we distinguished a unique or
repetitive set of amino acids forming contact for all six dynamics. The main result from
the 5 ps CG molecular dynamics simulation was that six different starting orientations of
bvPLA2 had degraded to only three orientations, which we refer to as mode 1, mode 2 and
mode 3. The first starting orientation gave a single final orientation—"“mode 1”. Starting
orientations 2, 4, 5 and 6, being different in the beginning, gave the same final orientation
with common amino acid patterns forming contact with lipids—“mode 2”. The starting
orientation 3 gave a single final orientation—"mode 3”. These three modes were further
investigated with full atom molecular dynamics.

After 200 nm full atom (FA) molecular dynamics simulation, all binding modes were
stable. Final frames with protein at membrane surface and contact pattern analysis are
shown on Suppl. Figure S3.

To further characterize the resulting binding modes, we estimated the protein altitude
above the bilayer. The membrane interface (altitude 0) was calculated as an average position
of phosphorus atoms. Such an estimate provides a direct connection with the AFM data.
Analysis of protein altitude above the membrane surface by FA MD for three different
modes gave altitude distributions centered at 1.74 nm (mode 1), 2.37 nm (mode 2), and
2.90 nm (mode 3) (Figures 4 and S4). These were in good agreement with AFM data
(Figure 2C), which also revealed three modes of bvPLA2 binding. Amino acid residues
that form stable contacts with the membrane are listed in Table S1 for each binding mode.
Mode 1 appeared to be the orientation with the highest contact intensity (highest number
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1.74 nm

of amino acid residues in contact with the lipid molecules and highest number of contacts
per frame).
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Figure 4. Full atom MD final frames for 200 ns simulation of bvPLA2 on POPC bilayer. The average
height of the protein above the bilayer surface (relative to the average position of the phosphorus
atoms of the POPC) is indicated for each of the found stable binding modes (mode 1 (A), 2 (B) and
3 (C)). For more details, see Supplementary Materials Figure S5.

Mode 1 had the biggest enzyme-bilayer contact spot and highest number of amino
acid residues involved in the interaction with bilayer compared to mode 2 and mode 3
(Figure 3, bottom). The area of the enzyme-bilayer contact spot notably decreased from
mode 1 to mode 3. We deduced that the energy of interaction decreased correspondingly
from mode 1 to mode 3.

Enzyme surface regions involved in bvPLA2 interaction with bilayer partially over-
lapped or were in the close neighborhood. This phenomenon is highlighted in Figure 3,
bottom. It is important that neighboring/overlapping regions belong either to mode
1/mode 2 or mode 2/mode 3 orientations, but not to the mode 1/mode 3 orientations. The
last pair have no overlapping or neighboring regions.

According to altitude data, energy diagrams and sizes of the enzyme-bilayer contact
spots, we assigned mode 1 found in MD to population 1 found by AFM, MD mode 2 to
AFM population 2, and MD mode 3 to AFM population 3.

To find out if there was a difference in bvPLA2 structure in modes 1, 2 and 3, we
performed cluster analysis of the protein. Cluster analysis revealed mobility (RMSD) of
amino acid residues during simulation (Figure S5). In all modes, the highest mobility was
observed in the 105-115 amino acids region—this is a part of the 3-loop; while the mobility
of this region decreased from mode 1 to mode 2, in mode 3 the 3-loop appeared to be
almost immobile. The reason for such fixation could be the interaction between B-loop
amino acids and the lipid bilayer, especially between Argl08 and its neighbors (Table S1).

3. Discussion

Membrane interaction is a necessary step for sPLA2 hydrolysis. Hydrogen bonds
and polar and hydrophobic interactions are responsible for the formation of contact with
the membrane. For each individual representative of sPLA2, the contribution of these
forces is different. For bvPLA2, the role of charged amino acids is less important, and the
contribution of aromatic and hydrophobic residues is stronger [27,28]. The surface of the
enzyme that contacts the membrane is referred to as its interfacial binding surface (IBS).
The interaction of the sPLA2 IBS with the membrane surface controls access of the lipid
substrate to the active site and, therefore, the overall enzymatic activity. The orientation of
the bvPLA2 on the bilayer surface was investigated by spin-labeling [29]. Incorporation of
13 spin labels into bvPLA2 showed preferable enzyme orientation and that bvPLA2 sits on
the membrane surface rather than digging into the membrane.

Multimode binding. It is known that different sSPLA2s are able to interact with struc-
turally diverse molecules [4], suggesting that the (patho)physiological functions of sSPLA2
are not limited to hydrolytic activity, and corresponding binding sites should exist. Hetero-
geneity of the SPLA2 behavior with the membrane was described by Gudmand et al. [30].
They succeeded in visualizing individual porcine pancreas sPLA2 molecules on a mono-
layer by fluorescence microscopy. The authors analyzed the trajectory of enzyme movement
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along the monolayer but not the enzyme globule. Two protein populations with different
diffusion coefficients were visible—one moving fast and the other one moving slow. The
majority of trajectories showed a combination of slow and fast diffusion steps [30]. Such
behavior may indicate the existence of different binding modes for sPLA2. This aligns with
our findings. Both our AFM and MD results revealed that bvPLA2 adapts three different
orientations on the bilayer surface, which we defined as modes of binding. Below, we
describe the observed binding modes and evidence for their existence according to data in
the literature.

Mode 1. The mode 1 found in the present study matches with the previously described
IBS of the bvPLA2. The amino acids of the IBS were estimated by X-ray structure [31],
electron paramagnetic resonance study [29], and site-specific mutagenesis [32,33]. The
molecular dynamic simulations of bvPLA2 resulted in the same list of amino acids in
the IBS [15]. Amino acid residues that formed constant close contact with the membrane
included the residues that form hydrogen bonds (Lys14, Agr23, Ser55, and Lys85) and salt
bridges (Asp92 and Glu110) with lipid molecules, as well as aromatic (Tyr3, Phe24, Tyr81,
Phe82, and Tyr134) and hydrophobic (Ilel, Ile2, Pro4, Ile78, Met86, and Ile91) residues
providing protein accommodation on the membrane. bvPLA2 in mode 1 was the one
most represented (up to 43% according to AFM data) and the one having highest contact
intensity with the membrane (according to MD results).

Mode 2. The mode 2 is the second most frequent mode of binding with tryptophan
residue (Trp128), which makes a notable contribution to the formation of the contact. In
general, tryptophan plays an essential role in the interfacial binding and activity of differ-
ent sPLA2s [27,28]. Typically, sSPLA2s that contain tryptophan in IBS display the highest
activity toward neutral phospholipid substrates [34,35], and the addition of tryptophan
to IBS significantly enhanced the overall enzymatic activity [36]. Protein binding to the
bilayer surface could be traced by intrinsic protein fluorescence if the protein has tryp-
tophan residues involved in the binding. The method was used several times to trace
sPLA2 binding to the bilayer surface [33,37]. In our previous work, we traced changes in
bvPLA2 intrinsic fluorescence upon POPC addition [15,38]. It is important that there is no
tryptophan residue in the IBS of bvPLA2 (Figure 3, Table S1) [15]. On the other hand, Trp128
residue is among the amino acids that form enzyme-bilayer contact in mode 2. We assume
that known changes of tryptophan fluorescence upon bvPLA2 binding to bilayer surface
may be due to the mode 2 contribution. In recent work, Nasri et al. investigated the role
of Trp128 in bvPLAZ2 activity [39]. The authors converted Trp128 to N’-formylkynurenine
product by the action of singlet oxygen (remaining protein staying intact). The modification
reduced lipid hydrolysis by 80%, that is, this residue is important for the functioning of
bvPLA2. Since Trp128 is outside both catalytic and IBS sites, the results by Nasri et al. could
be explained by the existence of mode 2. We can speculate that formylkynurenine, being a
reactive species, can react with an amino group of DOPE lipid (involved in the experiments
by Nasri et al.), thus stabilizing mode 2 and depopulating mode 1, preventing hydrolysis.

Mode 3. In mode 3, enzyme contacts the bilayer through the 3-loop. The role of the (3-
loop of bvPLA2 in supporting interfacial catalysis was examined with the D99-118 deletion
mutant by Gromashchi et al. [32]. This mutant refolded with about half the yield obtained
for WT and displayed kinetic and vesicle binding properties virtually identical to those of
WT. All secreted PLA2s have this 3-loop, but its function has not been identified [32]. In
the case of bvPLA2, the 3-loop does not play a significant role in interfacial binding and
catalysis on anionic interfaces, but we assume that it may play a role in product release
to the milieu (see below). Mode 3 has the smallest contact area with the membrane (and
corresponding energy of interaction), and the desorption of the enzyme from the membrane
is most probable. Thus, switching to mode 3 may be important for activating hopping of
the enzyme from bilayer to bilayer.

Switching modes. According to energy differences between modes (Figure 2C), the
enzyme could relatively easily switch between mode 1 and mode 2. The mode 2—mode 3
transition costs two-fold more energy than mode 1—mode 2, thus it is less probable. We
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suggest that mode 1—mode 3 transition should come through an intermediate step at mode
2, as direct transition is energetically unfavorable. The same result was deduced from MD
data. The enzyme-bilayer contact spots depicted in Figure 3 assume that transition from
mode 1 to mode 3 does include an intermediate step at mode 2.

The existence of multiple modes of binding has biological significance. These binding
modes can be interpreted as intermediate steps of sSPLA2 movement along the bilayer sur-
face with binding lipids and releasing products (Figure 5). Switching between modes 1 and
2 changes the contact spot; while lipids that were in contact disperse, neighboring lipids
take their place, and enzyme moves from one lipid to another. After the round of catalysis,
products may be released into solution or be retained in the membrane. Individual compo-
nents of hydrolysis products—fatty acids and lyso-phospholipids—are poorly soluble in
water; when mixed together at 1:1 mol. ratio they form a stable bilayer [40]; when added
to lipids in different proportions, they also form a bilayer [21]. We propose a hypothesis
about the release of hydrolysis products through a change in the mode of protein binding
to the membrane. If the enzyme is in mode 1 or mode 2 after the hydrolysis cycle, the
products are released into the bilayer. Alternatively, switching to mode 3 facilitates product
release into the milieu. Release of free fatty acid, especially arachidonic acid, underlies
the regulation of inflammatory processes with the participation of sSPLA2. In general, the
kinetic model of sPLA2 hydrolysis implies both the release of the fatty acid into the medium
and its incorporation into the original lipid aggregate [1,3]. As was shown in vitro, sSPLA2s
can release arachidonic acid by two mechanisms: an external plasma membrane pathway
and a heparan sulfate proteoglycan-shuttling pathway [3,41,42]. The switching to mode 3
may explain how the products of the reaction could be released into a milieu or presented to
a carrier. The ratio of protein populations in different binding modes may vary depending on
the lipid composition of the membrane. Despite high homology of different representatives of
sPLA2, the behavior shown on the membrane should be specified for each individual protein.

products
to milieu

Mode 1

products
to bilayer

i
AHBE A @@@

Figure 5. Proposed model of sPLA2 switching binding modes during the hydrolysis process. Lipids

il i

colored in pink represent lipids at the initial contact spot. Constant switching between mode 1 and
mode 2 resembles see-sawing, but the motion is more complex since the enzyme moves along the
bilayer surface. Enzyme, while see-sawing, pulls a lipid from the bilayer, hydrolyzes it and releases
products back to the bilayer or to the milieu.
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4. Conclusions

Here, we reported that the lipid membrane is involved in the catalytic cycle of a
peripheral protein, phospholipase A2, by accommodating three different orientations of
the enzyme. The protein has three different membrane binding modes. This finding was
obtained independently in “wet” experiments using atomic force microscopy and in in
silico experiments using molecular dynamics simulations. Our main observation was that
sPLA2 could bind the bilayer in different modes, but not just in a single one as assumed
previously. The existence of multiple modes of binding may have biological significance.
We suggest that switching between modes 1 and 2 is responsible for the enzyme moving
along the membrane; mode 3 is important for both product release in the biological milieu
and enzyme desorption from the bilayer surface.

5. Materials and Methods

Palmitoyloleoylphosphatidylcholine (POPC) was purchased from Avanti Polar Lipids
(USA); Phospholipase A2 from bee venom was obtained from Sigma-Aldrich. Enzyme stock
solution (1.0 mM) was prepared in 0.1 M Tris-HCI buffer containing 0.1 M NaCl, pH 8.5.
Enzyme concentration was controlled by the absorption at 280 nm (Nano Drop OneC,
Thermo Fisher). 2-Amino-2-(hydroxymethyl)propane-1,3-diol (Tris base, Fluka), HCI,
NaOH, ethylenediaminetetraacetic acid (EDTA, Panreac), and CaCl, were of reagent grade.

5.1. Liposome Preparation

Liposomes were prepared by lipid film hydration and sonication. Briefly, an aliquot
of POPC was evaporated from chloroform in a round-bottomed flask under N, stream.
The lipid film was hydrated for 1 h at room temperature in 100 mM NaCl. The suspension
was then sonicated for 20 min in ultrasound bath. Usually, liposomes were prepared at a
concentration of 2 mg/mL.

5.2. Atomic Force Microscopy (AFM) Study
5.2.1. Bilayer Formation on the Mica Surface

Freshly prepared liposomes were applied to the surface of freshly cleaved mica (100 pL
0.25 mg/mL), incubated for 2 to 5 min (depending on the experiment, to obtain mica
partially or fully covered with bilayer). Excess liposomes were removed by washing,
and supported bilayer was rinsed at least 5 times with 10 mM Tris-HCl buffer containing
100 mM NaCl, pH 8.5, with or without 1-1.5 mM EDTA (or 5 mM CaCly).

5.2.2. bvPLA2 Absorption

After bilayer formation on the mica surface, 100 uL of bvPLA2 solution (1-0.5 pM
for inhibited enzyme, 0.025 uM for active enzyme) was added for 10 min, then rinsed off
with the same buffer to remove unbound enzyme. Samples were imaged in tapping mode
using a Multimode Nanoscope V AFM (Bruker) equipped with the J type scanner and an
electrochemical fluid cell. To obtain high resolution, ultrasharp SNL-10 cantilevers with a
nominal spring constant of 0.06 N/m and a tip radius of approximately 2 nm (Bruker) were
used. Scan rate was typically 2 Hz. Image processing was performed using the FemtoScan
Online software (Advanced Technologies Center).

5.2.3. Data Analysis

To characterize bvPLA2 globule on POPC supported bilayer, we analyzed the mean
altitude above bilayer for collected images. The distribution of altitude Z along the sample
was obtained through Bruker software associated with the instrument. Individual protein
globule on bilayer surface was analyzed, and data were collected from at least three
independent experiments, each including 2-10 fields of view with up to 100 protein globules.
The data were than fitted using a sum of Gaussian functions. The math workup was
performed using Python (NumPy) built-in routines.
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5.3. Molecular Dynamics

The MD simulations were performed according to our previously published meth-
ods [15], with minor modifications. The protein structure was obtained from PDB (PDB
ID: 1POC [31]); transition-state analogue was removed.

In the first step, we modeled PLA2 landing on the bilayer surface. The modeling
was performed using the CG approach. The protein was introduced ~1 nm above the
pre-balanced membrane (15 x 15 lipids), then water grains (W), antifreeze (WF), and 2 Cl—
grains were added to neutralize the protein charge. The protein was oriented in one of the
six positions corresponding to six sides of the cube, where we virtually placed the protein.
The size of the starting system was 12 x 12 x 15 nm. The resulting system was balanced by
energy minimization and two consecutive MD calculations with a duration of 1 ns and an
integration step of 2 and 5 fs. Then, a 5 ps CG MD simulation with an integration step of
20 fs was performed. The calculations were performed in the Gromacs program using the
Martini 2.2 force field for protein and standard lipid topologies [43]. To maintain protein
structure when creating its topology, the rubber bond scheme [44] was used. The simulation
was carried out at 295 K. In the calculations, the parameters recommended for calculating
protein—-membrane systems with Martini 2.2 force field (‘new’ version) [45] were used,
and the integration step was reduced to 20 fs to retrieve correct dynamics of the aromatic
groups of the protein. To analyze protein-membrane interactions, we developed a utility
that searches for pairwise contacts (nuclei with a distance of less than 0.6 nm) between the
grains of protein and lipids along the entire trajectory (Supplementary Materials, Figure S1).

In the second step, orientations of bvPLA2 that resulted in the different contact patterns
with lipid molecules in CG dynamics were refined in full-atom MD (Supplementary Materials,
Figure S2). The conversion from coarse-grained to full-atom representation was carried out
using an in-house developed utility. The position of the protein in the full-atom system
was obtained by fitting C oc atoms on BB grains. An initial three-dimensional structure of
bvPLA2 was obtained from PDB, as during the first step of modeling, the protein structure
changed insignificantly (RMSD < 3 A). To maintain the protein structure in the active
conformation, a Ca?* ion was placed in the active center of the enzyme and its position was
maintained by distance limitations with the polar groups that coordinated the ion. Then,
water molecules and ions were added to the system. The resulting system was balanced by
energy minimization and 1 ns MD simulation with restrictions on the position of heavy
atoms of the protein and integration step of 1 fs. Next, a 200 ns simulation was performed.
Gromacs molecular dynamics package version [46] with Amber-14SB force field param-
eters for proteins [47], Slipids parametrization of lipid molecules [48], and TIP3P water
model [49] was used. In all MD simulations, protein, lipids, and solvent (water and ions)
were coupled by Nose-Hoover thermostat separately, and temperature was maintained
at 295 K. A constant pressure of 1 atm was controlled by the Berendsen barostat in semi-
isotropic mode. Long-range interactions were calculated using the cutoff algorithm with
the limit of 1.4 nm for van der Waals interactions and using the PME scheme with Fourier
spacing of 0.12 nm for electrostatic interactions. For the obtained trajectories, we analyzed
protein RMSD, the number of protein contacts with the membrane (contacts between heavy
atoms), and protein altitude above membrane surface (interface was estimated as average
position of the phosphorus atoms of the POPC molecule during simulation).

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/toxins14100669/s1, Figure S1: Coarse-grained dynamics analysis
for six different orientations of bvPLAZ2 relative to the bilayer; Figure S2: Coarse-grained dynamics
analysis of contact formation between bvPLA2 and all grains of POPC molecules for orientations
1-6 of bvPLA2 relative to the bilayer; Figure S3: Full atom molecular dynamics analysis of contact
formation between bvPLA2 and all atoms of POPC molecules for three stable orientations of bvPLA2
relative to the bilayer; Figure S4: Analysis of protein altitude above membrane surface by full
atom MD for three different modes; Figure S5: Cluster analysis (RMSD 2D plots of amino acid
residues during FA-MD simulation) and representative structures of bvPLA2 in mode 1, 2 and 3;
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Table S1: Amino acid residues that form stable contact with membrane for each binding mode
according to full atom molecular dynamic simulation.

Author Contributions: Conceptualization, I.B. and A.A.; methodology, N.K. and P.V.; investigation,
N.K,, P.V. and A.A.; writing—original draft preparation, N.K., P.V. and A.A.; writing—review and
editing, I.B. and A.A. All authors have read and agreed to the published version of the manuscript.

Funding: This research was supported by the Russian Science Foundation (project no. 21-75-00113)
https:/ /www.rscf.ru/en/project/21-75-00113/ (accessed on 24 September 2022).

Institutional Review Board Statement: Not applicable.
Informed Consent Statement: Not applicable.
Data Availability Statement: Not applicable.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Berg, O.G.; Gelb, M.H.; Tsai, M.-D.; Jain, M.K. Interfacial Enzymology: The Secreted Phospholipase A 2 -Paradigm. Chem. Rev.
2001, 101, 2613-2654. [CrossRef] [PubMed]

2. Murakami, M.; Sato, H.; Taketomi, Y. Updating Phospholipase A2 Biology. Biomolecules 2020, 10, 1457. [CrossRef] [PubMed]

3. Dennis, E.A.; Cao, J.; Hsu, Y.-H.; Magrioti, V.; Kokotos, G. Phospholipase A 2 Enzymes: Physical Structure, Biological Function,
Disease Implication, Chemical Inhibition, and Therapeutic Intervention. Chem. Rev. 2011, 111, 6130-6185. [CrossRef]

4. Sribar, J.; Krizaj, I. Secreted Phospholipases A2-Not Just Enzymes. Acta Chim. Slov. 2011, 58, 678-688.

5. Astudillo, A.M.; Balboa, M.A_; Balsinde, J. Selectivity of Phospholipid Hydrolysis by Phospholipase A2 Enzymes in Activated
Cells Leading to Polyunsaturated Fatty Acid Mobilization. Biochim. Biophys. Acta-Mol. Cell Biol. Lipids 2019, 1864, 772-783.
[CrossRef] [PubMed]

6. Tanaka, K.; Dozono, N.; Neyama, H.; Nagai, J.; Tsukahara, R.; Nagayasu, K.; Kaneko, S.; Ueda, H. Secreted PLA2-III Is a Possible
Therapeutic Target to Treat Neuropathic Pain. Biochem. Biophys. Res. Commun. 2021, 568, 167-173. [CrossRef] [PubMed]

7. Mallat, Z.; Lambeau, G.; Tedgui, A. Lipoprotein-Associated and Secreted Phospholipases A 2 in Cardiovascular Disease.
Circulation 2010, 122, 2183-2200. [CrossRef]

8.  Nikolaou, A.; Kokotou, M.G.; Vasilakaki, S.; Kokotos, G. Small-Molecule Inhibitors as Potential Therapeutics and as Tools to
Understand the Role of Phospholipases A2. Biochim. Biophys. Acta-Mol. Cell Biol. Lipids 2019, 1864, 941-956. [CrossRef]

9.  Alekseeva, A.S.; Korotaeva, A.A.; Samoilova, E.V.; Volynsky, PE.; Vodovozova, E.L.; Boldyrev, I. A Secretory Phospholipase A2
Activity in Blood Serum: The Challenge to Sense. Biochem. Biophys. Res. Commun. 2014, 454, 178-182. [CrossRef]

10. Alekseeva, A.S.; Boldyrev, I.A. Phospholipase A2. Methods for Activity Monitoring. Biochem. Suppl. Ser. A Membr. Cell Biol. 2020,
14,267-278. [CrossRef]

11.  Winget, ].M.; Pan, Y.H.; Bahnson, B.J. The Interfacial Binding Surface of Phospholipase A2s. Biochim. Biophys. Acta 2006, 1761,
1260-1269. [CrossRef]

12. Mouchlis, V.D.; Chen, Y.; Andrew McCammon, J.; Dennis, E.A. Membrane Allostery and Unique Hydrophobic Sites Promote
Enzyme Substrate Specificity. J. Am. Chem. Soc. 2018, 140, 3285-3291. [CrossRef]

13. Hayashi, D.; Mouchlis, V.D.; Dennis, E.A. Each Phospholipase A2 Type Exhibits Distinct Selectivity Toward Sn-1 Ester, Alkyl
Ether, and Vinyl Ether Phospholipids. Biochim. Biophys. Acta-Mol. Cell Biol. Lipids 2021, 1867, 159067. [CrossRef]

14. Mouchlis, V.D.; Hayashi, D.; Vasquez, A.M.; Cao, J.; McCammon, J.A.; Dennis, E.A. Lipoprotein-Associated Phospholipase A 2: A
Paradigm for Allosteric Regulation by Membranes. Proc. Natl. Acad. Sci. USA 2022, 119, €2102953118. [CrossRef]

15. Alekseeva, A.S.; Volynsky, PE.; Krylov, N.A.; Chernikov, V.P.; Vodovozova, E.L.; Boldyrev, I.A. Phospholipase A2 Way to
Hydrolysis: Dint Formation, Hydrophobic Mismatch, and Lipid Exclusion. Biochim. Biophys. Acta-Biomembr. 2021, 1863, 183481.
[CrossRef]

16. Nielsen, L.K; Risbo, J.; Callisen, T.H.; Bjernholm, T. Lag-Burst Kinetics in Phospholipase A2 Hydrolysis of DPPC Bilayers
Visualized by Atomic Force Microscopy. Biochim. Biophys. Acta-Biomembr. 1999, 1420, 266-271. [CrossRef]

17.  Grandbois, M.; Clausen-Schaumann, H.; Gaub, H. Atomic Force Microscope Imaging of Phospholipid Bilayer Degradation by
Phospholipase A2. Biophys. ]. 1998, 74, 2398-2404. [CrossRef]

18. Jensen, T.R.; Balashev, K.; Bjgrnholm, T.; Kjaer, K. Novel Methods for Studying Lipids and Lipases and Their Mutual Interaction
at Interfaces. Part II. Surface Sensitive Synchrotron X-Ray Scattering. Biochimie 2001, 83, 399-408. [CrossRef]

19. Panaiotov, I; Ivanova, M.; Verger, R. Interfacial and Temporal Organization of Enzymatic Lipolysis. Curr. Opin. Colloid Interface
Sci. 1997, 2, 517-525. [CrossRef]

20. Jain, M.K,; Yu, B.Z.; Berg, O.G. Relationship of Interfacial Equilibria to Interfacial Activation of Phospholipase A2. Biochemistry
1993, 32, 11319-11329. [CrossRef]

21. Speijer, H.; Giesen, P.L.; Zwaal, R.F; Hack, C.E.; Hermens, W.T. Critical Micelle Concentrations and Stirring Are Rate Limiting in

the Loss of Lipid Mass during Membrane Degradation by Phospholipase A2. Biophys. ]. 1996, 70, 2239-2247. [CrossRef]


https://www.rscf.ru/en/project/21-75-00113/
http://doi.org/10.1021/cr990139w
http://www.ncbi.nlm.nih.gov/pubmed/11749391
http://doi.org/10.3390/biom10101457
http://www.ncbi.nlm.nih.gov/pubmed/33086624
http://doi.org/10.1021/cr200085w
http://doi.org/10.1016/j.bbalip.2018.07.002
http://www.ncbi.nlm.nih.gov/pubmed/30010011
http://doi.org/10.1016/j.bbrc.2021.06.058
http://www.ncbi.nlm.nih.gov/pubmed/34237486
http://doi.org/10.1161/CIRCULATIONAHA.110.936393
http://doi.org/10.1016/j.bbalip.2018.08.009
http://doi.org/10.1016/j.bbrc.2014.10.069
http://doi.org/10.1134/S1990747820040030
http://doi.org/10.1016/j.bbalip.2006.08.002
http://doi.org/10.1021/jacs.7b12045
http://doi.org/10.1016/j.bbalip.2021.159067
http://doi.org/10.1073/pnas.2102953118
http://doi.org/10.1016/j.bbamem.2020.183481
http://doi.org/10.1016/S0005-2736(99)00103-0
http://doi.org/10.1016/S0006-3495(98)77948-2
http://doi.org/10.1016/S0300-9084(01)01265-2
http://doi.org/10.1016/S1359-0294(97)80101-X
http://doi.org/10.1021/bi00093a008
http://doi.org/10.1016/S0006-3495(96)79789-8

Toxins 2022, 14, 669 12 of 13

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

Wu, H.; Yu, L.; Tong, Y.; Ge, A; Yau, S.; Osawa, M.; Ye, S. Enzyme-Catalyzed Hydrolysis of the Supported Phospholipid Bilayers
Studied by Atomic Force Microscopy. Biochim. Biophys. Acta-Biomembr. 2013, 1828, 642—651. [CrossRef] [PubMed]

Maloney, K.M.; Grandbois, M.; Grainger, D.W.; Salesse, C.; Lewis, K.A.; Roberts, M.F. Phospholipase A2 Domain Formation
in Hydrolyzed Asymmetric Phospholipid Monolayers at the Air/Water Interface. Biochim. Biophys. Acta-Biomembr. 1995, 1235,
395-405. [CrossRef]

Nielsen, L.K,; Balashev, K.; Callisen, T.H.; Bjernholm, T. Influence of Product Phase Separation on Phospholipase A2 Hydrolysis
of Supported Phospholipid Bilayers Studied by Force Microscopy. Biophys. ]. 2002, 83, 2617-2624. [CrossRef]

Prachayasittikul, V.; Isarankura-Na-Ayudhya, C.; Tantimongcolwat, T.; Nantasenamat, C.; Galla, H.-J. EDTA-Induced Membrane
Fluidization and Destabilization: Biophysical Studies on Artificial Lipid Membranes. Acta Biochim. Biophys. Sin. 2007, 39, 901-913.
[CrossRef] [PubMed]

Leidy, C.; Mouritsen, O.G.; Jorgensen, K.; Peters, G.H. Evolution of a Rippled Membrane during Phospholipase A2 Hydrolysis
Studied by Time-Resolved AFM. Biophys. ]. 2004, 87, 408—418. [CrossRef] [PubMed]

Gelb, M.; Cho, W.; Wilton, D. Interfacial Binding of Secreted Phospholipases A2: More than Electrostatics and a Major Role for
Tryptophan. Curr. Opin. Struct. Biol. 1999, 9, 428-432. [CrossRef]

Stahelin, R.V.; Cho, W. Differential Roles of Ionic, Aliphatic, and Aromatic Residues in Membrane—Protein Interactions: A Surface
Plasmon Resonance Study on Phospholipases A2. Biochemistry 2001, 40, 4672-4678. [CrossRef]

Lin, Y.; Nielsen, R.; Murray, D.; Hubbell, W.L.; Mailer, C.; Robinson, B.H.; Gelb, M.H. Docking Phospholipase A 2 on Membranes
Using Electrostatic Potential-Modulated Spin Relaxation Magnetic Resonance. Science 1998, 279, 1925-1929. [CrossRef]
Gudmand, M.; Rocha, S.; Hatzakis, N.S.; Peneva, K.; Miillen, K.; Stamou, D.; Uji-I, H.; Hofkens, J.; Bjernholm, T.; Heimburg, T.
Influence of Lipid Heterogeneity and Phase Behavior on Phospholipase A2 Action at the Single Molecule Level. Biophys. ]. 2010,
98, 1873-1882. [CrossRef]

Scott, D.L.; Otwinowski, Z.; Gelb, M.H.; Sigler, P.B. Crystal Structure of Bee-Venom Phospholipase A 2 in a Complex with a
Transition-State Analogue. Science 1990, 250, 1563-1566. [CrossRef]

Ghomashchi, F; Lin, Y;; Hixon, M.S.; Yu, B.-Z.; Annand, R.; Jain, M.K.; Gelb, M.H. Interfacial Recognition by Bee Venom
Phospholipase A 2: Insights into Nonelectrostatic Molecular Determinants by Charge Reversal Mutagenesis. Biochemistry 1998,
37, 6697-6710. [CrossRef]

Bollinger, ].G.; Diraviyam, K.; Ghomashchi, E; Murray, D.; Gelb, M.H. Interfacial Binding of Bee Venom Secreted Phospholipase
A 2 to Membranes Occurs Predominantly by a Nonelectrostatic Mechanism. Biochemistry 2004, 43, 13293-13304. [CrossRef]
Bezzine, S.; Bollinger, J.G.; Singer, A.G.; Veatch, S.L.; Keller, S.L.; Gelb, M.H. On the Binding Preference of Human Groups IIA and
X Phospholipases A2 for Membranes with Anionic Phospholipids. J. Biol. Chem. 2002, 277, 48523-48534. [CrossRef]

Baker, S.F; Othman, R.; Wilton, D.C. Tryptophan-Containing Mutant of Human (Group Ila) Secreted Phospholipase A 2
Has a Dramatically Increased Ability To Hydrolyze Phosphatidylcholine Vesicles and Cell Membranes. Biochemistry 1998, 37,
13203-13211. [CrossRef]

Beers, S.A.; Buckland, A.G.; Giles, N.; Gelb, M.H.; Wilton, D.C. Effect of Tryptophan Insertions on the Properties of the Human
Group ITA Phospholipase A 2: Mutagenesis Produces an Enzyme with Characteristics Similar to Those of the Human Group V
Phospholipase A 2. Biochemistry 2003, 42, 7326-7338. [CrossRef]

Gaspar, D.; Lucio, M.; Rocha, S.; Lima, ].L.EC.; Reis, S. Changes in PLA2 Activity after Interacting with Anti-Inflammatory Drugs
and Model Membranes: Evidence for the Involvement of Tryptophan Residues. Chem. Phys. Lipids 2011, 164, 292-299. [CrossRef]
Alekseeva, A.S.; Volynsky, P.E.; Boldyrev, I.A. Estimation of the Phospholipase A2 Selectivity on POPC/POPG Membranes Using
the Interaction Map. Biochem. Suppl. Ser. A Membr. Cell Biol. 2021, 15, 329-333. [CrossRef]

Nasri, Z.; Memari, S.; Wenske, S.; Clemen, R.; Martens, U.; Delcea, M.; Bekeschus, S.; Weltmann, K.; Woedtke, T.; Wende, K.
Singlet-Oxygen-Induced Phospholipase A 2 Inhibition: A Major Role for Interfacial Tryptophan Dioxidation. Chem.-A Eur. ]. 2021,
27,14702-14710. [CrossRef]

Jain, M.K,; van Echteld, C.J.A.; Ramirez, F; de Gier, J.; de Haas, G.H.; van Deenen, L.L.M. Association of Lysophosphatidylcholine
with Fatty Acids in Aqueous Phase to Form Bilayers. Nature 1980, 284, 486—487. [CrossRef]

Murakami, M.; Koduri, R.S.; Enomoto, A.; Shimbara, S.; Seki, M.; Yoshihara, K.; Singer, A.; Valentin, E.; Ghomashchi, F.; Lambeau,
G.; et al. Distinct Arachidonate-Releasing Functions of Mammalian Secreted Phospholipase A2s in Human Embryonic Kidney
293 and Rat Mastocytoma RBL-2H3 Cells through Heparan Sulfate Shuttling and External Plasma Membrane Mechanisms. J. Biol.
Chem. 2001, 276, 10083-10096. [CrossRef]

Murakami, M.; Shimbara, S.; Kambe, T.; Kuwata, H.; Winstead, M.V,; Tischfield, J.A.; Kudo, I. The Functions of Five Distinct
Mammalian Phospholipase A2s in Regulating Arachidonic Acid Release. |. Biol. Chemn. 1998, 273, 14411-14423. [CrossRef]
Marrink, S.J.; Risselada, H.].; Yefimov, S.; Tieleman, D.P.; de Vries, A.H. The MARTINI Force Field: Coarse Grained Model for
Biomolecular Simulations. J. Phys. Chem. B 2007, 111, 7812-7824. [CrossRef]

Periole, X.; Cavalli, M.; Marrink, S.-].; Ceruso, M.A. Combining an Elastic Network With a Coarse-Grained Molecular Force Field:
Structure, Dynamics, and Intermolecular Recognition. J. Chem. Theory Comput. 2009, 5, 2531-2543. [CrossRef]

de Jong, D.H.; Baoukina, S.; Ingdlfsson, H.I.; Marrink, S.]. Martini Straight: Boosting Performance Using a Shorter Cutoff and
GPUs. Comput. Phys. Commun. 2016, 199, 1-7. [CrossRef]

Abraham, M.].; Murtola, T.; Schulz, R; Pall, S.; Smith, J.C.; Hess, B.; Lindahl, E. GROMACS: High Performance Molecular
Simulations through Multi-Level Parallelism from Laptops to Supercomputers. SoftwareX 2015, 1, 19-25. [CrossRef]


http://doi.org/10.1016/j.bbamem.2012.09.010
http://www.ncbi.nlm.nih.gov/pubmed/22995243
http://doi.org/10.1016/0005-2736(95)80029-F
http://doi.org/10.1016/S0006-3495(02)75272-7
http://doi.org/10.1111/j.1745-7270.2007.00350.x
http://www.ncbi.nlm.nih.gov/pubmed/17989882
http://doi.org/10.1529/biophysj.103.036103
http://www.ncbi.nlm.nih.gov/pubmed/15240475
http://doi.org/10.1016/S0959-440X(99)80059-1
http://doi.org/10.1021/bi0020325
http://doi.org/10.1126/science.279.5358.1925
http://doi.org/10.1016/j.bpj.2010.01.035
http://doi.org/10.1126/science.2274788
http://doi.org/10.1021/bi972525i
http://doi.org/10.1021/bi049390i
http://doi.org/10.1074/jbc.M203137200
http://doi.org/10.1021/bi981223t
http://doi.org/10.1021/bi0343222
http://doi.org/10.1016/j.chemphyslip.2011.03.003
http://doi.org/10.1134/S1990747821050032
http://doi.org/10.1002/chem.202102306
http://doi.org/10.1038/284486a0
http://doi.org/10.1074/jbc.M007877200
http://doi.org/10.1074/jbc.273.23.14411
http://doi.org/10.1021/jp071097f
http://doi.org/10.1021/ct9002114
http://doi.org/10.1016/j.cpc.2015.09.014
http://doi.org/10.1016/j.softx.2015.06.001

Toxins 2022, 14, 669 13 of 13

47. Maier, J.A; Martinez, C.; Kasavajhala, K.; Wickstrom, L.; Hauser, K.E.; Simmerling, C. Ff14SB: Improving the Accuracy of Protein
Side Chain and Backbone Parameters from Ff99SB. J. Chem. Theory Comput. 2015, 11, 3696-3713. [CrossRef]

48. Jambeck, ] PM.; Lyubartsev, A.P. Another Piece of the Membrane Puzzle: Extending Slipids Further. ]. Chem. Theory Comput. 2013,
9,774-784. [CrossRef]

49. Jorgensen, W.L.; Chandrasekhar, J.; Madura, J.D.; Impey, RW.; Klein, M.L. Comparison of Simple Potential Functions for
Simulating Liquid Water. J. Chem. Phys. 1983, 79, 926-935. [CrossRef]


http://doi.org/10.1021/acs.jctc.5b00255
http://doi.org/10.1021/ct300777p
http://doi.org/10.1063/1.445869

	Introduction 
	Results 
	Atomic Force Microscopy Results 
	Supported Lipid Bilayer (SLB) 
	Enzyme Action on SLB 
	Visualization of Enzyme Bound to the Bilayer 

	Molecular Dynamics Results 

	Discussion 
	Conclusions 
	Materials and Methods 
	Liposome Preparation 
	Atomic Force Microscopy (AFM) Study 
	Bilayer Formation on the Mica Surface 
	bvPLA2 Absorption 
	Data Analysis 

	Molecular Dynamics 

	References

