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We studied the structure and dynamics of asymmetric POPC®“/(POPE/POPG)" and
POPS®U/(POPE/POPG)™ lipid membranes. To this end, the outer layer of multilamellar
POPE/POPG (molar ratio 9 : 1) vesicles was exchanged (using methyl-B-cyclodextrin) by
either chain deuterated POPC-ds; or POPS-ds;, for which 2H NMR order parameters
were measured. As controls, we prepared symmetric POPC-ds;/POPE/POPG and
POPS-ds;/POPE/POPG membranes of the composition of just the outer membrane of
the asymmetric multilamellar vesicles and pure POPC-ds; or POPS-ds; multilamellar
vesicles. Compared to symmetric membranes of the same lipid composition, chain
order parameters (S) of the asymmetric preparations were higher in the upper half of
the chain and lower in the lower half. This reshuffling of acyl chain order is also
expressed in higher 2H NMR Zeeman order relaxation rates (R;2) of the chain segments
in asymmetric membranes indicating alterations in the elastic properties of asymmetric
bilayers as inferred from plots of Ryz vs. s2 Asymmetric membranes showed increased
stiffness and rigidity although the lipid acyl chain composition between the inner and
outer leaflets were identical. There were no indications for chain interdigitation
between the two leaflets in the NMR spectra, which led us to speculate that the
interleaflet coupling could be accomplished by sensing the differences in lipid packing
densities between the two leaflets. These alterations in leaflet properties should have
consequences for lipid protein interaction and ultimately protein function.

1 Introduction

The overwhelming lipid variety and asymmetry of the plasma membrane remains
one of the most enigmatic characteristics of biological cells.”” The energetic cost
of synthesizing hundreds of different lipid species and maintaining an entropi-
cally unfavorable leaflet asymmetry of the plasma membrane is enormous and
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consumes significant resources of the cell. One would expect evolution to have
optimized (i.e. reduced) the lipid variety, composition and structure of the most
important barrier for the cell unless there are important reasons to maintain this
diversity. Till this day, our understanding of how specific lipids control biological
function is limited to very few species such as cholesterol, phosphatidylinosi-
tolbisphosphate (PIP,), diacylglycerol (DAG), docosahexaenoic acid (DHA), and
phosphatidylserine (PS).*® For the majority of lipids, however, the biological
reason for the tremendous lipid variety is still unknown. Various examples of lipid
function as second messengers, “force from lipid”, or specific lipid-protein
interactions are known,*>* however, most of our knowledge has been achieved
from membrane models with symmetric lipid distribution,®® ignoring the most
prevailing feature of all plasma membranes. But an increasing body of studies
suggests that numerous core functions of the plasma membrane are related to
membrane leaflet asymmetry.®

Recent work has demonstrated that (i) preparation of asymmetric membrane
models is possible with a reasonable effort,'® and (ii) both membrane and protein
properties are sensitive to lipid asymmetry,"*** which provides an imperative to
represent this important aspect in our membrane models for biophysical studies.
The limited amount of data that is available for asymmetric membrane prepa-
rations describes numerous unique findings.® One such aspect is intraleaflet
coupling. Differential scanning calorimetry work has revealed that asymmetric
POPC°*/POPE™ and POPE°"/POPC™ membranes have different melting char-
acteristics." A coupled phase transition was only observed for the POPC°“Y/POPE™
vesicles, while the POPE®"/POPC™ vesicles showed the individual melting
temperatures of each lipid species. Another study of symmetric and asymmetric
DPPC/DPPS vesicles also showed quite different DSC thermograms.™ Intraleaflet
coupling is thought to be related to interdigitation of the lipid chains.” Choles-
terol, although it is known for its very fast flip flop between the two membrane
leaflets, has also been found to be highly asymmetrically distributed between the
leaflets, where the exoplasmic leaflet contains significantly more cholesterol.**"”
Accordingly, lipid leaflet asymmetry also influences lateral domain formation."®
Most importantly, first studies demonstrate that membrane asymmetry influ-
ences membrane protein function.'*"

NMR methods along with X-ray and neutron scattering as well as FTIR spec-
troscopy have shaped our understanding of lipid membranes as highly dynamic
entities that show a transient lateral heterogeneity.>*>* Lipid molecules undergo
multiple different motions with varying amplitudes involving timescales from ps
to ms.** This leads to a high degree of disorder and membrane elastic properties
that are designed to optimize protein function,*® but also other functions like
permeability, fusion, small molecule binding etc. As the plasma membrane is
enriched in saturated lipids and cholesterol in the outer and unsaturated lipids in
the inner leaflet, it has been suggested that the two leaflets have different
mechanical properties.” Indeed, higher bending moduli were measured in
asymmetric egg sphingomyelin®"/POPE™ vesicles.” The high lipid dynamics is
also very well represented in modern all atom molecular dynamics (MD) simu-
lations, which can also be done for asymmetric systems and easily span trajec-
tories of tens of microseconds.’® Nevertheless, similar to the situation in
experimental work, there are much fewer MD simulations on asymmetric
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membranes in comparison to the huge amount of MD data on symmetric
membranes.**"*

While the dynamic nature of lipid-induced effects on protein function has long
been a matter of discussion,*?*** considering the aspect of membrane asym-
metry has to be taken into account in the next step. While especially scattering
and some FTIR data is available for asymmetric membranes,*>****3* the powerful
arsenal of NMR methods to characterize membrane properties has so far only
rarely been utilized, essentially only to characterize the degree of asymmetry.***”
In this discussion, we present >H NMR spectroscopy data on two asymmetric
membrane preparations that compare (i) acyl chain order parameters, (ii) lipid
packing properties, and (iii) dynamic/elastic properties of the two leaflets of
asymmetric membranes composed of monounsaturated POPE/POPG (9: 1) in the
inner leaflet and either POPC or POPS in the outer. For the asymmetric prepa-
rations, we used multilamellar vesicles (MLVs) whose outer shell is exchanged
with either POPC or POPS. This allows for studying membrane properties of the
outer leaflet only as all inner membranes of the MLVs are symmetric. However,
using acyl chain perdeuterated lipids for the exchange, the isotopic enrichment of
the outer leaflet is sufficient to study the structure and dynamics of this lipid
leaflet with atomic resolution.

2 Materials and methods

1-Palmitoyl-2-oleoyl-sn-glycero-3-phosphocholine (POPC), 1-palmitoyl-2-oleoyl-sn-
glycero-3-phosphoethanolamine (POPE), 1-palmitoyl-2-oleoyl-sn-glycero-3-phos-
pho-(1'-rac-glycerol) (POPG), and 1-palmitoyl-2-oleoyl-sn-glycero-3-phospho-i-
serine (POPS) were purchased from Avanti Polar Lipids (Alabaster, AL, USA).
POPC-d3,, and POPS-d;; were perdeuterated in the palmitoyl sn-1 chain and also
purchased from Avanti. All other chemicals purchased were of the highest purity
if not stated otherwise. Solvents were obtained in the highest commercially
available purity from Biosolve BV (Valkenswaard, Netherlands). The chemicals
2,5-dihydroxybenzoic acid (DHB) and 9-aminoacridine (9-AA) were purchased
from Sigma Aldrich (Taufkirchen, Germany) and Acros Organics (Geel, Belgium),
respectively.

2.1 Asymmetric MLV sample preparation

For preparation of asymmetric membranes, we by and large followed the protocol
of Doktorova et al.'® with some essential modifications. Most importantly, there
was no need to use sucrose as the acceptor lipid structures were MLVs, and SUVs
as donor vesicles. For separation of donor and acceptor vesicles, simple centri-
fugation worked well. Therefore, there was no worry that sucrose could interfere
with lipid structure and dynamics. An extra centrifugation step was added for
easier handling of the final pellet to be transferred into an NMR rotor.

Lipids were dissolved in CHCl3/MeOH (1 : 1 v/v) and evaporated at 40 °C using
a rotary evaporator. The donor vesicles (composed of either POPC-d3, or POPS-d3,)
were prepared at a concentration of 10 mg ml™" in mqH,0 containing 35 mM
NaCl and probe sonicated on ice (duty cycle 50%) until transparent (~30 min) to
form small unilamellar vesicles (SUV). The acceptor vesicles were prepared from
POPE/POPG (9:1 molar ratio) lipid mixtures suspended at a concentration of
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10 mg ml~" in mqH,0 containing 35 mM NaCl and freeze-thawed between liquid
nitrogen and a 50 °C water bath for 10 times to form multilamellar vesicles (MLV).
The 10 mol% POPG helped decreasing the large aggregates formed when pure
POPE is dispersed in aqueous solution.*® The acceptor MLV and the donor SUV
dispersions were centrifuged at 20 000 x g for 30 min at 4 °C to remove small
vesicles from the acceptor MLV and large vesicles from the donor SUV solutions.
The remaining pellet for the acceptor MLVs and the SUV supernatant was kept.

The SUVs dispersion was diluted with aliquots of a 70 mM mBCD solution and
mqH,O to reach a final methyl-B-cyclodextrin (mBCD) concentration of 35 mM
and a molar ratio of 8 : 1 mBCD to lipid. This dispersion was incubated for 2 h at
37 °C under magnetic stirring to preload the mBCD with donor lipids. After 2 h,
the dispersion was used to dilute the MLV pellet at 2:1 donor : acceptor lipid
molar ratio and incubated for 30 min at 37 °C under magnetic stirring to
exchange the outer leaflet lipids on the MLV acceptor preparation. Subsequently,
the samples were diluted with a 35 mM NacCl solution to 50 ml and transferred to
50 ml Falcon tubes, which were centrifuged at 20 000 x g for 30 min at 4 °C. The
pellet including ~0.5 ml of the remaining supernatant on the bottom of the tube
was redissolved with mqH,O containing 35 mM NaCl to a volume of 1 ml and
transferred to 1.5 ml Eppendorf tubes. The tubes were centrifuged at 20 000 x g
for 30 min at 4 °C to form a pellet. Finally, the lipid pellets were transferred into
4 mm MAS NMR rotors and immediately measured.

For symmetric control MLV samples, lipids were dissolved in 2 ml cyclohexane
after solvent evaporation and lyophilized overnight to form a fluffy powder that is
easy to hydrate. The powders were hydrated to 50 wt% using mqH,O containing
35 mM NaCl and freeze-thawed between 50 °C water bath and LN, to form MLVs.
Samples were transferred into 4 mm MAS NMR rotors and stored at —20 °C until
measured.

2.2 Solid state NMR measurements

The samples were measured on a Bruker 750 Avance I NMR spectrometer using
aresonance frequency of 115.1 MHz for *H. A 4 mm triple gradient MAS probe was
used but without spinning to acquire static *’H NMR spectra using a phase-cycled
quadrupolar echo sequence® with a 30 us delay between the two /2 pulses of ~3
us length each. The spectral width was 500 kHz and the recycling delay 1 s. The
order parameters* and chain extension profiles were calculated using Mathcad
programs for dePakeing and previously described** methods using the mean
torque model.*> For measuring the T, relaxation times an inversion recovery
pulse sequence with quadrupole echo and a delay list of 0.001, 0.007, 0.015, 0.03,
0.07,0.12, 0.18, 0.25, 0.5, 1, 2.5 s with a relaxation delay of 2.5 s was used. The Ry,
relaxation rates of the *H NMR powder spectra were calculated using a program
written in Mathcad as previously described.® Briefly, the >H NMR line shapes
were simulated using 15 Pake doublets and one isotropic peak for the asymmetric
samples. From the fit of the inversion recovery data, the spin lattice relaxation
time of each peak was determined.

2.3 Preparation of asymmetric LUV for testing lipid exchange efficiency

For the preparation of asymmetric LUVs, we followed the protocol of Doktorova
et al.* without significant modifications. For both donor and acceptor vesicle
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preparation, lipids were dissolved in CHCl;/MeOH (1:1 v/v) and evaporated as
above. Both acceptor and donor vesicles were dissolved in 35 mM NaCl H,O to
reach a concentration of 10 mg ml '. Donor MLVs were prepared from the
respective lipid mixes by freeze thawing. Acceptor vesicles were prepared by
extrusion using two 100 nm Teflon filters 25 times to obtain large unilamellar
vesicles (LUV). The donor MLV dispersions were centrifuged at 20 000 x g for
30 min at 4 °C to separate the small vesicles from the donor MLV. The donor MLV
pellet was dissolved and diluted in 70 mM mpBCD solution and further diluted
with mqH,O0 to reach a final mBCD concentration of 35 mM (at an 8 : 1 mBCD to
lipid molar ratio) and incubated at 37 °C for 2 h under magnetic stirring to
preload the mpBCD with donor lipids. After 2 h, the LUV acceptor solution was
added at 2:1 donor : acceptor molar ratio incubated for 30 min at 37 °C under
magnetic stirring for the exchange of the outer leaflet lipids on the LUV acceptor.
Subsequently, the samples were diluted with 35 mM NaCl H,O to 50 ml and
transferred to a 50 ml Falcon tube and centrifuged at 20 000 x g for 30 min at 4 °C.
The supernatant was carefully removed with a glass Pasteur pipet until ~2 ml of
the pellet was left. To remove mBCD and mBCD-lipid complexes from the
supernatant, Amicon® Ultra Filters (Merck KGaA, Darmstadt, Germany) with
a 100 kDa MWCO were used in a swing bucket centrifuge (4000 x g at room
temperature) until the volume was reduced to a few ml. Before use the centrifu-
gation filters were wetted with 10 ml of mqH,0 and centrifuged at 4000 x g for
10 min at room temperature. Subsequently, the samples were extracted and lipid
concentration was quantified using TLC.

2.4 Thin layer chromatography

The lipids from the LUV dispersions were extracted following the method
described by Bligh and Dyer.** Specifically, 200 pl of the LUV dispersion were
combined with 400 pl of CHCl3/MeOH (1 : 1 [v/v]) in a glass vial and mixed for 30 s.
A 5 min centrifugation step at 10 000 x g and 20 °C provided phase separation.
The lipid-containing CHCI; phase was transferred to a clean glass vial and for the
remaining aqueous phase, the procedure was repeated twice using 200 pl CHCl;
for each step and organic phases were combined. CHCl; from the combined
phases was evaporated using a vacuum rotation concentrator (RVC 2-25, Martin
Christ Gefriertrocknungsanlagen GmbH, Osterode am Harz, Germany). The
resulting lipid film was redissolved in 200 pl CHCI;. Triplicates of the mixture
were applied in 1.5, 2, 2.5 ul spots for POPS, POPC and POPE and in 6, 7, 8 l spots
for POPG to a high-performance thin-layer chromatography (HPTLC) silica gel 60
plate (Merck KGaA) by a CAMAG Linomat 5 sample applicator (CAMAG, Berlin,
Germany). POPS, POPE, and POPC (0.5 mg ml™" in CHCI;) and POPG (1 mg ml~"
in CHCI;) were applied as lipid calibration standards to the same HPTLC plate.
Chromatographic separation was carried out in a CAMAG glass chamber using
a mobile phase consisting of chloroform/ethanol/water/triethylamine (30:35:7:
35 [v/v/v/v]) for 45 min.* Lipid spots were visualized by staining with primuline
(Sigma-Aldrich, Taufkirchen, Germany), 100 mg 1" in acetone/H,O (4:1 [v/v]),
followed by excitation at 366 nm. The picture was recorded in the black and
white mode and the densitometric analysis (band volume) of each band was
calculated using totallab quant 2.2 software (totallab, Newcastle, UK). The cali-
bration curve was fitted with Origin software (version 9.60, Originlab corporation,
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Northampton, MA, USA), using a single exponential model equation, from which
the sample lipid concentrations were derived.

2.5 Matrix-assisted laser desorption/ionization time-of-flight mass
spectrometry to detect mpCD

The asymmetric MLVs were analyzed by matrix-assisted laser desorption/
ionization time-of-flight mass spectrometry (MALDI-TOF MS) to check for
remaining mpCD. One pl of each sample (~5% of the sample) was filled to 10 pl
with methanol and subsequently mixed with 10 pl of the respective matrix. DHB*®
(0.5 M in methanol) was used as the matrix to record mass spectra in the positive
ion mode, 9-AA (10 mg ml™~" in 2-propanol/acetonitrile (3 : 2, v/v)) served as the
matrix for negative ion spectra. The diluted asymmetric MLV samples were mixed
1:1 (v/v) with the respective matrix and vortexed for good homogeneity. Subse-
quently, 0.75 pl of the respective solution were transferred onto an aluminum-
coated MALDI target (Bruker Daltonics GmbH, Bremen, Germany). Instantly
after air drying, positive and negative ion mass spectra were recorded on an
Autoflex Speed mass spectrometer (Bruker Daltonics) utilizing a Neodym-YAG
laser emitting at 355 nm. The extraction voltage was 20 kV and gated matrix
suppression was applied to prevent the saturation of the detector by matrix ions.
For each mass spectrum, 10000 single laser shots were averaged. The laser
fluency was kept about 10% above threshold (i.e. the minimum laser fluency
required to detect any signals) to obtain an optimum signal-to-noise ratio. All
spectra were acquired in the reflector mode using delayed extraction conditions.
Raw data were processed using the software “Flex Analysis” version 3.0 (Bruker
Daltonics).

3 Results

We prepared two samples of asymmetric membranes. These systems consisted of
POPE/POPG (molar ratio 9:1) multilamellar vesicles (MLVs) in which only the
outer bilayer was prepared asymmetrically. To this end, SUVs of either POPC-d5
or POPS-d;4, both perdeuterated in the sn-1 chain, served as donor vesicles. After
mpCD-catalyzed exchange, the MLVs were centrifuged and the pellet was used as
sample for the *H NMR experiments. As control, we used four symmetric MLV
preparations composed of POPC-ds;, POPS-d3;, POPC-d3;/POPE/POPG (molar
ratio 10:9:1) and POPS-d3,/POPE/POPG (molar ratio 10:9:1). The lipid mixing
ratio of the symmetric vesicles was chosen assuming that all lipids are homoge-
neously distributed between the two leaflets.

Typical *H solid-state NMR spectra are shown in Fig. 1. The NMR spectra of
both pure POPC and POPS as well as the symmetric vesicles show powder patterns
of well-resolved Pake doublets assignable to the individual methylene and methyl
segments of the chain. The NMR spectra of the asymmetric membranes are
characterized by a larger line width and an isotropic peak indicating somewhat
slower motions (i.e. shorter T, times) and a minor fraction (~7-9%) of lipids in
highly curved geometry.

In the series where deuterated POPC-d3, was used, pure POPC gives the nar-
rowest spectrum. Both the symmetric and the asymmetric membranes provide
broader ’H NMR spectra, indicating higher chain order parameters. In contrast,
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Fig. 1 Solid-state 2H NMR spectra of multilamellar vesicle preparations with symmetric
and asymmetric lipid distribution. (Left) °H NMR spectra of asymmetric POPC-ds,°""/
(POPE/POPG)™ membranes (A), symmetric POPC-dz;/POPE/POPG bilayers (B), and pure
POPC-ds; membranes (C). (Right) 2H NMR spectra of asymmetric POPS-dz;,°"*/(POPE/
POPG)™ membranes (D), symmetric POPS-ds;/POPE/POPG bilayers (E), and pure POPS-
ds, membranes (F).

the NMR spectra of the POPS-d;;-containing samples are of relatively similar
width. These differences can be discussed more quantitatively after dePakeing of
the spectra and calculating the order parameters (S) along the chains for all
samples.

Fig. 2A compares the order parameters (S) of the POPC-ds;-containing
samples. For pure POPC, the typical order parameter plateau of the upper chain
and the strongly decreasing order parameters in the lower chain are observed. The
symmetric POPC-d;,/POPE/POPG membranes show the same features, but for the
entire chain, the order parameters are about 10-20% larger. This is caused by the
presence of POPE, which is characterized by a negative intrinsic curvature that
induces tighter lipid packing in PE-containing mixtures.®**” The order parameters
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A B
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© ©
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Fig. 2 Smoothed 2H NMR order parameter plots of symmetric and asymmetric MLVs
determined from the 2H NMR spectra shown in Fig. 1. (A) Order parameters of POPC-ds;
and (B) order parameters of POPS-d=, are plotted. The temperature of the measurement
was 37 °C.
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of the asymmetric POPC®*/(POPE/POPG)™™ membranes show a distinctly different
shape. While the upper ~3 carbons show slightly higher or similar order as the
POPC in symmetric membranes, order parameters drop rather steeply, fall even
below those of pure POPC starting at carbon position 8, and remain lower for the
entire lower chain. Such a behavior of the chain order parameters has for instance
been observed for the lipid modifications of Ras proteins that were inserted into
membranes of lower hydrophobic thickness than the length of the Ras lipid
modification.*®

In Fig. 2B, the order parameters of pure POPS-d3,, symmetric POPS-d3,/POPE/
POPG, and asymmetric POPS-d;,*""/(POPE/POPG)™™ are compared. PS membranes
are also characterized by higher order parameters than observed for PC bilayers.*
Therefore, the addition of POPE as in the symmetric POPS-d;,/POPE/POPG bila-
yers does not lead to a very significant increase in chain order. In the asymmetric
POPS°"/(POPE/POPG)™, we observe a similar tendency as seen for asymmetric
POPC°*/(POPE/POPG)™ bilayers: the upper chain segments of the POPS chain
show higher order parameters, while the lower segments are characterized by
lower order compared to pure POPS and the symmetric POPS-d3;/POPE/POPG
bilayers.

The differences in the order parameters are also reflected in the length of the
lipid's acyl chains, where lower order generally corresponds to shorter projected
chain lengths.*>* We calculated these geometric parameters for the lipid's acyl
chains using Brown's mean torque model.*> For pure POPC, we measure an
average chain length of 12.6 A in agreement with previous data.*® Due to the
presence of POPE that is characterized by a high negative intrinsic curvature as
discussed above, chain length of POPC in the presence of POPE increases to 13.3
A. Interestingly, the chain length of the POPC in the outer leaflet of the asym-
metric membranes is found to be 12.7 A, which corresponds well to the pure
POPC membranes.

For POPS, we had seen relatively similar order parameter profiles and the
chain lengths calculated are also very similar (13.2 A for pure POPS), 13.3 A for
symmetric POPS/POPE/POPG membranes, and 13.2 A for asymmetric POPS®"/
(POPE/POPG)™ membranes. This is also reflected in the chain extension plots,
which are shown in ESI Fig. S1.1

Obviously, the packing and dynamic properties of POPC and POPS in asym-
metric membranes are quite different from symmetric bilayers. To further char-
acterize the elastic properties of the asymmetric preparations, we measured H
Tyz relaxation times and plotted the relaxation rate R,z as a function of the square
of the order parameter (5>) for each lipid segment. These “square law plots” have
empirically been shown to describe the elastic properties of membranes.>*-** For
saturated lipid membranes, a straight line is observed suggesting a Ry, « S°
proportionality.>~>* In the presence of detergents, which make membranes softer,
the Ryz vs. S plot is curved and characterized by a steeper slope and a Ry, « S”
proportionality where n < 2.>* Such behavior has also been observed for mono-
unsaturated lipids as POPC.** In the presence of cholesterol, which makes
membranes stiffer, the slope of the R, vs. $* plot is shallower but linear. These
plots represent a useful measure for a qualitative evaluation of the membrane's
elastic properties. Alterations in membrane structure that lead to a rigidization
are accompanied by a decrease in the slope of the R, vs. S plot; alterations that
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make membranes more elastic are manifested in a convexly shaped curve in the
Ryz vs. ™2 plot with a steeper slope.

Fig. 3 shows these square law plots for both asymmetric membrane prepara-
tions and the respective controls. For pure POPC-d3;; MLVs, a similar plot is
observed as reported before.>* The data can be fitted with the function Ry, =y, +
a x S", where n should be 2 in an ideal square law plot. For the pure POPC
membranes, we determined 7 = 1.02, indicating a significant deviation from the
square law in agreement with soft POPC membranes characterized by a Ryz « NG
proportionality. For the symmetric POPC-d3;/POPE/POPG membranes, the plot
becomes shallower and the exponent determined from the fit increased to n =
1.52. For the asymmetric POPC®"/(POPE/POPG)™ membranes, the exponent
further increased to n = 1.62.

The empiric relation between R;, and S can be used to compare the elastic
properties of the different membranes. Monounsaturated membranes are
generally more elastic than saturated ones, which leads to a convexly curved R,
vs. §” plot. Mathematically, this is manifested by a R,z o« S” plot, where n < 2. If the
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Fig. 3 (A) Square law plots of POPC-dz°“"/(POPE/POPG)™ membranes (light green
squares), symmetric POPC-ds;/POPE/POPG bilayers (dark green triangles), and pure
POPC-dz; membranes (gray upside down triangles). (B) Square law plots of POPS-dz;,°""/
(POPE/POPG)™ membranes (light blue squares), symmetric POPS-ds,/POPE/POPG bila-
yers (dark blue triangles), and pure POPS-ds; membranes (light gray upside down trian-
gles). The lines represent best fits to the function Ryz =y + a x S, and the dashed solid
line represents a linear regression.
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membrane becomes more rigid, n also increases, which is what is observed here;
n increases from 1.02 for pure POPC membranes to 1.52 for symmetric and 1.62 to
asymmetric bilayers. This suggests that the symmetric POPC-d;;/POPE/POPG
membranes are more rigid than pure POPC, which is explained by the high
negative intrinsic curvature of POPE. The outer leaflet of asymmetric POPC"Y/
(POPE/POPG)™ is slightly more rigid, although it is composed of a relatively pure
POPC layer. This suggests that the higher rigidity of the inner PE-containing
leaflet dominates the elastic properties of the entire membrane.

An important parameter for discussing this interesting behavior is the effi-
ciency of the lipid exchange of the outer leaflet of the MLVs. For instance, if the
outer layer still contained a high proportion of POPE, the difference in the R, vs.
52 plots of pure POPC and asymmetric POPC"/(POPE/POPG)™ membranes could
be explained by the presence of POPE, which has a negative intrinsic curvature.
Lipid analysis of the MLVs, where only the outer leaflet was exchanged, is difficult
as all lipids of the inner (symmetric) layers are also measured. Therefore, we
prepared POPE/POPG (molar ratio 9: 1) LUVs and exchanged the outer layer with
POPC-d3; using a similar procedure as for the asymmetric MLVs. By quantitative
thin layer chromatography (ESI Fig. S2t), we determined the amount of POPC to
be 48.7% and the POPE to be 51.3%. For this preparation, the POPG spot was too
weak for quantification. This suggests that the exchange of the outer layer was
almost complete. For comparison, we analysed the symmetric POPC-d;3,/POPE/
POPG membranes and determined a molar lipid ratio of 50.3% POPC, 46.0%
POPE, and 3.7% POPG, which is very close to the original mixing ratio. We also
performed MALDI-TOF mass spectrometry to check for remaining mBCD in the
MLV samples used for ’H NMR (ESI Fig. $37). Although quantification of the mass
spectra is not possible, residual mpCD was clearly identified.

Next, we measured the relaxation rates for pure POPS-d;; membranes and plot
them as a function of S* (Fig. 3B). Again, a curved plot is obtained that can be
fitted with an exponent of n = 1.12. For the symmetric POPS-d;,/POPE/POPG
membranes, the plot is similar but has a slightly higher exponent of n = 1.48
most likely because of the presence of POPE. For the asymmetric POPS®"/(POPE/
POPG)™ membranes, an almost perfectly linear square law plot is obtained
(dashed line). However, using the same fit function as above, an exponent of n =
2.30 is found.

Finally, we also determined the relative composition of asymmetric LUVs and
the symmetric preparations using TLC (ESI Fig. S21). For the asymmetric POPS""/
(POPE/POPG)™ LUVs, we measured 65.9% POPS, 30.5% POPE, and 3.6% POPG,
and for the symmetric POPE/POPG/POPS membranes, the ratio between the three
lipids was 74% POPS, 24.4% POPE, and 1.6% POPG. The MALDI-TOF spectra of
the preparations also showed remaining mpBCD (ESI Fig. S31).

4 Discussion

Asymmetric plasma membranes are a unique feature of pro- and eukaryotic
organisms. As maintaining a broad lipid variety and the asymmetry between the
two membrane leaflets consumes a considerable amount of energy, it is obvious
that such a high effort is only maintained if absolutely required. Yet, our
understanding of this intriguing biological situation is in its infancy. Now that
robust procedures have been developed to prepare and characterize such
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systems,'® biophysical studies of the properties of asymmetric membranes and
the impact on biological questions such as permeation, protein function, fusion,
or lateral domain formation can be addressed.

Here, we discuss two asymmetric membrane preparations in comparison to
symmetric bilayers. The first represents a model for the plasma membrane of
mammalian cells with phosphatidylcholine in the outer and phosphatidyletha-
nolamine and a negative lipid (here phosphatidylglycerol) in the inner leaflet. A
methodological reason to use a small fraction of POPG was because pure POPE
MLVs produce too large aggregates that are difficult to handle, which is remedied
by 10 mol% POPG, which makes the MLV slightly smaller and prevents sedi-
mentation of the acceptor vesicles. In the other system, the acidic lipid phos-
phatidylserine is in the outer leaflet, which is rather artificial as PS is normally
found in the cytoplasmic leaflet unless cells undergo apoptosis.*® Our choice of
system is limited by the fact that for *H solid-state NMR applications, multi-
lamellar vesicles need to be prepared as anisotropic NMR interactions that
provide the structural and dynamic information are largely averaged in LUV
systems.”® This comes with the disadvantage that in an MLV system, we can
exchange only the very outer leaflet of the vesicle, here by deuterated lipids,
providing a unique probe to selectively detect the lipids in the outer leaflet. The
drawback of this procedure is that the lipids that are naturally found in the
cytoplasmic leaflet are not accessible in this preparation. But the outer bilayer of
a MLV is a very good model for the plasma membrane as its dimensions compare
much better to a cell than the LUVs.

A first question that we studied concerns the completeness of the lipid
exchange. Given the characteristics of the MLV system, a quantitative measure-
ment of the composition of the outer layer is difficult because the inner bilayers of
the MLVs are symmetric and not accessible by the mBCD-catalyzed exchange.
Therefore, we prepared LUVs by extrusion and exchanged the outer leaflet using
the same strategy as in the MLV preparation. In the POPC®"Y/(POPE/POPG)™
LUVs, we found complete exchange of POPE/POPG with POPC rendering the
resulting outer membrane of the MLVs completely asymmetric. In the POPS"Y/
(POPE/POPG)™ LUVs, we measured a slightly higher amount of POPS than what
could be accommodated in the outer leaflet. It is not clear at this point if PS would
possibly be subject to faster flip flop or if the cyclodextrin exchange could have
resulted in a higher deposition of PS also in the inner leaflet. Another study also
found donor lipids in the inner leaflet that should not have exchanged."* Never-
theless, it is quite obvious that highly asymmetric membranes were prepared and
we assume that the exchange procedure was equally successful for the outer
leaflet of the two MLV systems. We also checked if the NMR samples contained
remaining mBCD and found the sugar to be present in both preparations, but
a quantification of the mass spectra was not possible. If remaining mpCD may
have an influence on the membrane is not clear at this point.

Our study shows that the order parameter profiles of the lipid molecules in
symmetric and asymmetric membranes are different. In comparison to
symmetric membranes, we find that lipid chain order is higher in the upper and
lower in the lower half of the acyl chains for both POPC and POPS when exclu-
sively located in the outer layer. This indicates different packing constraints in the
asymmetric membranes. Remarkably, the acyl chain lengths of POPC in the outer
leaflet only or in symmetric vesicles were identical within experimental error
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(40.1 A); the same is observed for POPS, where the chain lengths are identical in
both preparations. This supports the results from lipid analytics, which revealed
that our preparations showed a very high degree of asymmetry. If POPE was
prominently found in the outer leaflet, it would have increased the chain lengths
in the outer leaflet. More interestingly, there seems to be a preference for higher
order in the upper and lower order in the lower acyl chain when membranes show
an asymmetric lipid distribution. This could possibly indicate an increased
negative intrinsic curvature in the outer leaflet of asymmetric membranes. Such
a steeper decrease in order along the acyl chains will likely modify the properties
of the lipid/water interface and potentially alter the partitioning of small mole-
cules, drugs, or peptides. MD simulations have also identified chain order
parameter changes and altered lateral stress profiles between the leaflets in
asymmetric membranes.'»* While the MD of asymmetric DPPC/DPPS
membranes revealed a decrease in PC order and an increase in PS order when
making membranes asymmetric,”* our ’H NMR results indicated a distinctly
different chain order parameter profile.

From this, one may speculate about the mechanism of interleaflet coupling.
The most invoked mechanism for this phenomenon is acyl chain interdigitation.
For the two asymmetric systems (POPC®"/(POPE/POPG)" and POPS®"/(POPE/
POPG)™), there is no neutron scattering data available that would most directly
detect possible acyl chain interdigitation. ’H NMR spectra and order parameters
can also indicate chain interdigitation, although very clear information has only
been obtained for lipids with large differences in acyl chain lengths.”®* The order
parameters measured for the two systems studied here do not suggest acyl chain
interdigitation, but it cannot safely be excluded either. Supportive of this notion is
the systematic study by Frewein et al.,”* showing that interdigitation was not
observed if POPC was used as donor lipid (with DPPC on the inner membrane
leaflet) but only for systems with a larger sn-1/sn-2 chain length difference. Alto-
gether, it is fair to say that acyl chain interdigitation is unlikely to occur in the two
systems.

Even though chain interdigitation is unlikely, the two membrane leaflets are
not uncoupled from one another. Clearly, the inner membrane leaflet influenced
the order parameters and elastic properties of the outer leaflet. An obvious
difference between outer and inner leaflet is in lipid packing density. As the inner
leaflet is rich in POPE, which is known for its negative intrinsic curvature, one
could assume that the tighter packing of the inner leaflet is transmitted into the
outer leaflet. One can speculate that these packing density alterations may very
well be transmitted from one leaflet to the other. But with the current very limited
data set, such conclusions remain fairly speculative.

We turned our attention to dynamic aspects of the lipids in the outer
membrane leaflet. NMR relaxation rates are great parameters to study the
molecular motions of the lipids in detail.>**® From first inspection of the >’H NMR
spectra of asymmetric membranes, it is clear that the line widths of the individual
Pake doublets is increased, which indicates shorter T, values usually associated
with slower lipid motions. Very straightforward is the measurement of *H Ty
relaxation times of the deuterated chains. Relaxation rates (R, = 1/T;7) decrease
for asymmetric membranes compared to pure or symmetric preparations. A very
convenient way of addressing the dynamic behavior of lipid membranes and
assess their elastic properties are the square law plots, where R, is plotted against
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the square of the order parameter (S”) of the respective segment.”® In the pio-
neering work from the Brown laboratory, a square law dependence (R, « S*) was
obtained for saturated (symmetric) membranes of varying chain lengths,* which
is interpreted as a dominant contribution of low frequency motions in agreement
with a collective model for slow motions on the mesoscopic scale (1-100 nm). In
the presence of cholesterol, which makes membranes stiffer, R, is still propor-
tional to S%, but the slope of the curves decreases with increasing cholesterol
content.® In the presence of detergents, such as C;,Eg,* unsaturated lipid
chains,*** or the lipid modifications of a lipidated peptide*® are found to follow
a Ryz « S" proportionality, where n < 2 and in some cases even a linear Ry; < S
relationship has been observed.>*

Here, we found rather strong deviations from the n = 2 power law as expected
for monounsaturated membranes in agreement with relatively soft lipid
membranes.* Pure POPC or POPS membranes showed highest elasticity, while
the addition of POPE in symmetric membranes slightly rigidified the membranes.
Plotting R, vs. S? for the outer leaflet of POPC®""/(POPE/POPG)™ and POPS°"Y/
(POPE/POPG)™ revealed an additional increase in stiffness where especially the
POPS-rich leaflet behaved quite like a fully saturated membrane. These results are
in agreement with studies that observed that cholesterol-free asymmetric bilayers
feature increased bending rigidities.”**** However, the increased bending
rigidity of asymmetric membranes has been discussed in relation to the enrich-
ment of saturated sphingolipids and cholesterol in the outer and (poly-)unsatu-
rated lipids in the inner leaflet. Here, all the membranes were composed of
monounsaturated lipids only. It is well known that POPE increases the packing
density of membranes leading to increased stiffness.”® In agreement with our
results, Frewein et al.™® also observed an increase in bending rigidity in asym-
metric POPC®"'/POPE™™ bilayers compared to scrambled POPC/POPE membranes.
This clearly indicates that the higher bending rigidity of the inner POPC layer
dominates the elastic properties of the asymmetric membranes. This, along with
the other recent results on asymmetric membranes, provides an imperative to
consider leaflet asymmetry as a crucial determinant of membrane properties and
likely protein functions as shown in first studies.

5 Conclusions

We investigated biophysical properties of lipid membranes with leaflet asym-
metry in the distribution of lipid species featuring POPE/POPG (9: 1) lipids in the
inner and either POPC or POPS in the outer leaflet. ’H NMR chain order
parameters revealed an intriguing reshuffling of order from the lower to the upper
chain segments of the outer leaflet of asymmetric compared to symmetric
membranes. Interestingly, the overall chain lengths remained constant compared
to symmetric bilayers of the same lipid species. This suggests that the lateral
stress and lateral pressure profile of asymmetric bilayers is considerably different,
leading to alteration in the lipid—protein interactions with likely consequences for
protein function. This is also implied from the increase in stiffness of asymmetric
membranes differing in the headgroup but not in the chain composition. An
interleaflet coupling is the likely mechanism for this interesting behavior, but
from the results of this work, no indications for interdigitation of the acyl chains
between the lipids of the individual leaflets could be observed. One could
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speculate that the packing density of one leaflet is sensed by the other and that
these parameters are correlated between the leaflets. This would suggest that lipid
dynamics is also correlated between the molecules of the two leaflets. While the
tools to investigate such correlations in lipid dynamics within specific correlation
time windows have been developed,>* a current limitation for NMR applications
is the necessity to rely on anisotropic NMR interactions that are largely averaged
in unilamellar vesicles. But solutions to this problem are underway, which will
allow also detecting NMR parameters of the lipids in the inner leaflet.
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