Open Access Article. Published on 17 kvtna 2021. Downloaded on 01.02.2026 14:52:28.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

¥ ® ROYAL SOCIETY
PP OF CHEMISTRY

Soft Matter

View Article Online

View Journal | View Issue

The effect of headgroup methylation on
polymorphic phase behaviour in hydrated
N-methylated phosphoethanolamine:palmitic
acid membranesf

’ '.) Check for updates ‘

Cite this: Soft Matter, 2021,
17,5763

Matthew E. Allen, @22 Yuval Elani, @2 ® Nicholas J. Brooks {2 and

John M. Seddon (&) *@

Mixtures of fatty acids and phospholipids can form hexagonal (H;) and inverse bicontinuous cubic
phases, the latter of which are implicated in various cellular processes and have wide-ranging
biotechnological applications in protein crystallisation and drug delivery systems. Therefore, it is vitally
important to understand the formation conditions of inverse bicontinuous cubic phases and how their
properties can be tuned. We have used differential scanning calorimetry and synchrotron-based small
angle and wide angle X-ray scattering (SAXS/WAXS) to investigate the polymorphic phase behaviour of
palmitic acid/partially-methylated phospholipid mixtures, and how headgroup methylation impacts on
inverse bicontinuous cubic phase formation. We find that upon partial methylation of the phospholipid
headgroup (1 or 2 methyl substituents) inverse bicontinuous cubic phases are formed (of the Im3m
spacegroup), which is not the case with 0 or 3 methyl substituents. This shows how important
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DOI: 10.1039/d1sm00178g headgroup methylation is for controlling phase behaviour and how a change in headgroup methylation
can be used to controllably tune various inverse bicontinuous phase features such as their lattice

rsc.li/soft-matter-journal parameter and the temperature range of their stability.

include the inverse hexagonal phase (Hy) where the lipids are
arranged into inverse cylinders, with water on the inside, that pack
onto a 2-D hexagonal lattice,” and inverse bicontinuous cubic phases
(QR, Qf, Qn), where a continuous lipid bilayer is draped onto a D,

Introduction

Lipids and other amphiphilic molecules can self-assemble to
form a wide variety of liquid-crystalline phases' depending on

their chemical structure and interaction properties. Amphiphilic
molecules can be broadly classified into 3 types (type 0, I or II
amphiphiles). Type 0 amphiphiles are bilayer forming as the
headgroup and the hydrocarbon tail exert similar lateral
pressures. On the other hand, type I or II amphiphiles are
non-bilayer forming as the headgroup and hydrocarbon tail
exert different lateral pressures, thus leading to a tendency for
the polar/nonpolar interface to curve either towards the tail or
headgroup regions respectively.?

Due to the different self-assembly properties of amphiphiles,
structures that include crystalline, gel and fluid lamellar phases (Lc,
Lg and L, respectively) and non-lamellar phases can be formed
from bilayer forming and non-bilayer forming amphiphiles
respectively (Fig. 1). Particularly important non-lamellar phases
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G or P infinite minimal periodic surface, giving rise to cubic phases
of Pn3m, Ia3d and Im3m crystallographic space groups respectively.*

Non-lamellar phases, due to their interfacial curvature, are
important in vivo as they have important biological functions®
and affect biological membrane organisation.® Inverse bicon-
tinuous cubic phases are known to appear within mammalian
cells”® and are associated and formed within cells that have
experienced stress,” starvation'® and infection by viruses.'
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Fig. 1 Schematic of the lamellar phase, an inverse bicontinuous cubic
phase (Im3m spacegroup) and the inverse hexagonal phase and how they
are related by interfacial curvature.
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For example the SARS coronavirus causes formation of a Ia3d
gyroid phase' within cells infected by this virus."®

In vitro inverse bicontinuous cubic phases have attracted
significant attention due to their unique properties;** they are
soft biocompatible structures that have a large surface area due
to their interconnected water pore network. Therefore, inverse
bicontinuous cubic structures have found uses as drug delivery
platforms*>'® and protein crystallisation systems'’"'® where
amphiphile composition,'® stereochemical purity,>® water
content, charge of the system,>” solvents,”® pH,>* pressure and
temperature® can be altered to achieve a particular bicontinuous
cubic spacegroup or bicontinuous cubic lattice parameter.

A particularly interesting set of biological amphiphiles that can
induce inverse bicontinuous cubic structures are long chain fatty
acids. These molecules have been observed to be important in
membrane fusion events®®*” and can influence biological func-
tions by regulating ion channel activity,”® membrane fluidity®
and bending rigidity®® in addition to affecting cell signalling
behaviour.>® Specifically oleic acid can reduce blood pressure
through controlling G-protein mediated signalling by promoting
inverse hexagonal phase behaviour at high contents.** Addition-
ally, palmitic acid, the most common saturated fatty acid in the
body*® can impair insulin signalling and increase hepatocyte
apoptosis.®* Therefore, it is critically important to gain an under-
standing of how lipids and fatty acids combine to influence
membrane phase behaviour and function. This will enable exploi-
tation of these mixtures properties to design biologically relevant
and useful inverse bicontinuous cubic systems.

Previous work has looked at how saturated fatty acid composition
affects the phase behaviour of the natural bilayer forming
phosphatidylcholine (PC) phospholipids.®” It was observed that
the incorporation of fatty acids shifts the gel-fluid transition to
higher temperatures®® and at significant molar fatty acid
fractions (0.67 mol fraction) the Lg-L, gel-fluid transition
present in pure phosphatidylcholine systems shifts towards a
Ls-Hy transition.’” Thus, the fluid bilayer L, phase is
completely suppressed, due to the fatty acid affecting the
membrane lateral pressure profile. This leads to the favouring
of non-lamellar phase formation.**?*° Furthermore, at this stoi-
chiometry sharp phase transitions occur due to formation of a
2:1 fatty acid : phospholipid complex, and azeotropic behaviour is
observed at this point.** Moreover for short chain fatty acid:pho-
sphatidylcholine mixtures (lauric acid:DLPC and myristic
acid:DMPC) inverse bicontinuous cubic phase formation is exhib-
ited at the 2: 1 fatty acid : phospholipid ratio.” However, at longer
chain lengths (palmitic acid:DPPC) there is no evidence of inverse
bicontinuous cubic phase formation for this composition.

As headgroup methylation impacts the uptake of important
biological molecules such as r-arginine*' and affects cell
signalling pathways,** the influence of headgroup methylation
within membranes is an important topic to explore.
Phosphatidylethanolamines (PE), phospholipids that have no
headgroup methylation, and readily form non-lamellar phases
such as Hjy and bicontinuous cubic phases at elevated
temperatures,*>** have a more significant non-bilayer forming
characteristic than PC  phospholipids. = Furthermore,
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Fig. 2 (A) Schematic of the typical lipid types based on their tendency for
the polar/nonpolar interface to curve either towards the tail (type 1), neither
(type 0) or the headgroup (type Il). (B) The chemical structures of (from top
to bottom) DPPE, DPPE-me, DPPE-me,, and DPPC with schematics
indicating the type of the amphiphile.

phospholipids with a partially methylated headgroup structure,
i.e. one or two methylations of the headgroup nitrogen (Fig. 2)
also exhibit different phase behaviour to that of PC or PE
phospholipids**™*” and have bilayer forming tendencies that
are in between those of PC and PE phospholipids. In particular
single N-methylated DOPE (DOPE-me) shows inverse bicontinuous
cubic and Hy phase formation.*®* Therefore, by altering the
hydrogen bonding network and the headgroup size (spontaneous
radius of curvature®®) through changing the nitrogen methylation
of the phospholipid headgroup, inverse bicontinuous cubic phase
formation can be suppressed or encouraged.

In this work we have investigated how palmitic acid (PA)
interacts with 1,2-dipalmitoyl-sn-glycero-3-phosphoethanolamine-
N-methyl (DPPE-me) and 1,2-dipalmitoyl-sn-glycero-3-
phosphoethanolamine-N,N-dimethyl (DPPE-me,) phospholipids.
These phospholipids along with DPPE and DPPC ordinarily show
gel-fluid lamellar transitions between 40 and 70 °C.*® We have
seen that by altering the headgroup methylation that inverse
bicontinuous cubic phases can be formed in these longer chain
fatty acid:phospholipids mixtures. Moreover 2:1 palmitic acid:
phospholipid samples were analysed across a range of headgroup
methylations (DPPE, DPPE-me, DPPE-me, and DPPC) to
rationalise the effect of headgroup methylation on phase
behaviour. Demonstrating that these essential biological molecules
can form inverse bicontinuous cubic phases and properties such as
phase formation temperature and lattice parameters can be
adjusted by headgroup methylation allows exploitation of this
knowledge to design new biologically and therapeutically important
systems. Furthermore, the rationale behind the impact of
headgroup methylation within these systems can be applied to
existing formulations™ to further enhance their potential use.

Experimental

Materials

The phospholipids DPPE (1,2-dipalmitoyl-sn-glycero-3-phospho-
ethanolamine), DPPE-me (1,2-dipalmitoyl-sn-glycero-3-phospho
ethanolamine-N-methyl), DPPE-me, (1,2-dipalmitoyl-sn-glycero-3-
phosphoethanolamine-N,N-dimethyl) and DPPC (1,2-dipalmitoyl-
sn-glycero-3-phosphocholine) were purchased from Sigma Aldrich

This journal is © The Royal Society of Chemistry 2021


http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/d1sm00178g

Open Access Article. Published on 17 kvtna 2021. Downloaded on 01.02.2026 14:52:28.

Thisarticleislicensed under a Creative Commons Attribution-NonCommercial 3.0 Unported Licence.

(cc)

Soft Matter

(Gillingham, UK) as powders. Palmitic acid was also purchased
from Sigma Aldrich (Gillingham, UK) as a powder. All of the
chemicals had a purity of >99% and were used without subse-
quent purification.

Sample preparation

Samples were prepared by co-dissolving appropriate amounts
of the phospholipid and palmitic acid in chloroform (Sigma
Aldrich, Gillingham, UK). The solutions were then vortexed to
ensure mixing before the chloroform was removed under a
stream of N, gas. The resultant films were lyophilised for at
least 12 hours before being hydrated with ultrapure water
(18.2 mQ) to a 70% water weight fraction in order to ensure
the samples were under excess hydration conditions.

DSC preparation and measurements

A known weight of the hydrated phospholipid:palmitic acid
mixture was placed into a hermetically sealed DSC pan.
A PerkinElmer Diamond DSC was then used to analyse the
samples; before any data were recorded the samples underwent
at least 2 heating/cooling cycles on the DSC to ensure homo-
genous mixing without any water loss. A scan rate of 1 °C was used
to obtain thermographs of the samples from which the transition
temperatures and phase transition behaviour were obtained.

X-Ray preparation and measurements

The hydrated phospholipid:palmitic acid samples were placed
into 1.8 mm inner diameter polycarbonate capillaries that were
sealed with epoxy resin. The sealed capillaries were heat cycled
to ensure homogenous mixing while minimising water loss.

View Article Online
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Small and wide-angle X-ray diffraction data were obtained for
the mixed samples using beamline 122 at Diamond Light
Source. Diffraction patterns were collected using an X-ray
energy of 18 keV (wavelength 0.689 A) and a sample to
detector distance of 2 m. The raw data were corrected using
the procedure developed by the beamline technicians at
Diamond.”> The processed data were analysed by fitting
pseudo-Voigt functions to Bragg peaks in order to extract peak
maxima values that were used to calculate the d-spacings, and
hence the lattice parameters once the lipid mesophases had
been correctly identified from indexing of the Bragg peaks (see
ESL T Fig. S6 or S10 for more detail).

Results and discussion
The phase behaviour of DPPE-me:palmitic acid complexes

Initially DSC and X-ray diffraction experiments were used to
characterise the phase behaviour of PA:DPPE-me mixtures in
excess water. The experimental results are summarised in
Fig. 3. At low molar concentrations of palmitic acid (0.33 mol
fraction) the phases identified through SAXS (the Lg and L,
phases) were the same as those seen within pure DPPE-me.
This matches previous observations in PA:DPPC samples where
small amounts of palmitic acid did not alter the phase
behaviour.>®* However, upon adding a significant amount of
palmitic acid (0.5 mol fraction) a Hy; phase was seen instead of
the L, phase. This occurs as palmitic acid is a non-bilayer
forming amphiphile,”® hence at a high enough concentration
of palmitic acid the phase behaviour shifts to favour
non-lamellar structures to reduce the increased curvature

A B
== DPPE-me
® === 0.5:1 PA: DPPE-me
” == 1:1 PA: DPPE-me
° = 2:1 PA: DPPE-me
° Lg L === 3:1 PA: DPPE-me
o >
=
@
=ik L1 La a
: . ©
& o
>3 4
= ©
[ [ T —— —
< £=
B ! L2 L3 3
<, e P 4
)
x
£ H w
Z /H,, 1 ] Ls Qf+Hy
10 [~ P
. J L Hy \BH,,Z I-B O,+H”
T T e I 54 8 ) &2 o 3 3 70
q/ At Temperature / °C

Fig. 3

Identification of the phases and phase transitions present in PA:DPPE-me mixtures. (A) Representative SAXS patterns of the 3 main non cubic

phases encountered during this work where the main phase peaks of interest are indexed. The Ly pattern is from the 0.5:1 PA: DPPE-me composition at
50 °C, the L, pattern was obtained from the 0.5:1 PA: DPPE-me composition at 65 °C and the H) pattern was measured from the 1:1 PA: DPPE-me
composition at 65 °C. (B) DSC thermographs of PA:DPPE-me mixtures at different stoichiometries, and pure DPPE-me, with their respective phase
transitions indicated.
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frustration energy within the phospholipid bilayer.>*
Through using DSC, the addition of palmitic acid led to a
broadening and increase in the transition temperature of the
gel-fluid phase transition peak. This again has been
observed within PA:DPPC samples.?® DSC also verified that
at higher palmitic acid concentrations (0.5 mol fraction) the
main gel-fluid phase transition occurred between the Lg and
Hj; phases.

However, the molar fraction of palmitic acid needed to
induce the Lg-Hy; transition is lower than the amount reported
in PA:DPPC mixtures. This occurs as DPPE-me has a smaller
headgroup than DPPC and thus has a larger degree of non-
bilayer forming character (characterised by a smaller
spontaneous radius of curvatureso). This allows the Hj; phase
to be formed more readily.

At higher concentrations of palmitic acid (0.67 and 0.75 mol
fractions), the gel-fluid transition still corresponds to Lg—Hy,
although the transition temperature has decreased significantly.
This arises from the increased presence of non-bilayer forming
amphiphiles increasing the curvature frustration energy within
the bilayer thus favouring the formation of the Hy; phase at a
lower temperature.

The phase transition peak for the 2:1 ratio of palmitic
acid: DPPE-me is sharper than the 3:1 ratio, because the
azeotropic point of PA: DPPE-me occurs at the former composition.
This matches previous work where FA:PC mixtures exhibit a
sharp DSC transition and an azeotropic point at this molar
ratio.>® This further enhances the argument that PA : DPPE-me
mixtures also experience the formation of a 2:1 complex and
shows the 2:1 fatty acid: phospholipid complex formation is
common among phospholipid : fatty acid mixtures.

Furthermore, at high concentrations of palmitic acid (0.67
and 0.75 mol fractions) a double humped transition is present
indicating that more complex phase behaviour is occurring
than what was present with lower palmitic acid concentrations
and 2:1 palmitic acid : DPPC mixtures. As a result, we collected
SAXS and WAXS measurements at temperatures from 54 to
65 °C to investigate the phase behaviour more closely. The data
are summarised in Fig. 4.

Once again, the SAXS and WAXS spectra demonstrate the
main phase change occurring is a Lg-Hy, transition shown by
the 1, 2, 3, 4 reflections at 54 °C for the Lg phase and the 1, \/3,
2, \/7 reflections at 65 °C for the Hy; phase. This transition was
also accompanied by an increase in fluidity shown by the
broadening of the sharp peak in the WAXS spectra. Furthermore,
at lower temperatures a peak at 0.175 A~* that matched crystal-
line palmitic acid (ESLT Fig. S4) was present. This indicates
that ‘excess’ palmitic acid crystallises out of the membrane
and forms its own crystalline phase at high molar fractions
(demonstrated within ESL{ Fig. S5) which matches previous
observations.*® At higher temperatures the palmitic acid peaks
disappear which is indicative of palmitic acid melting into an
isotropic liquid.

From the onset of the gel-fluid transition (59 °C) to 65 °C
another set of peaks appear alongside the Hy phase peaks.
These peaks have been assigned the Im3m cubic space group
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Fig. 4 X-Ray diffraction data of 2:1 PA:DPPE-me mixtures (A) SAXS
patterns from 54 to 65 °C with an identification of the main liquid-
crystalline phase peaks and the palmitic acid precipitate. (B) WAXS patterns
from 54 to 65 °C with an indication of the gel and fluid phases. (C) The
SAXS diffraction pattern at 61 °C, the first peaks of the main liquid crystal-
line phases and all of the Qff phase peaks are identified, the inserted smaller
graph enlarges the peaks in the region from 0.15 to 0.4 A~%.

(Qh), with the first 4 reflections V2, V4, /6, \/8 present and
indicated (Fig. 4C). Furthermore, earlier studies looking at
inverse bicontinuous cubic phase formation in the shorter
chain 2:1 myristic acid : DMPC mixtures gave evidence of Hy
and Q[ coexistence® at excess water weight fractions. As this

This journal is © The Royal Society of Chemistry 2021
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system is very similar to the system being investigated this gives
additional weighting to the Im3m assignment.

Other unassigned peaks indicate other structures are pre-
sent in the mixture. However, these peaks cannot be assigned
unambiguously due to the lack of reflections present. The weak
yet prominent peak present at 0.070 A~* does not align with any
of the already assigned peaks or agree with theoretical Bonnet
ratios®’that would have indicated another inverse bicontinuous
cubic phase was present alongside the already assigned
Im3m phase.

The Im3m inverse bicontinuous cubic phase identified has a
lattice parameter of 77.08 A (ESI, Fig. S6) at 61 °C which is
small when compared to Im3m lattice parameters in other fatty
acid:phospholipid mixtures.>*** This is rationalised by DPPE-
me containing more non-bilayer forming character than PC
phospholipids thus leading to a more curved Im3m phase with
a smaller lattice parameter.

The coexistence between the Qf and Hy phases is explained
by their formation occurring through a common intermediate.
Upon a lamellar to non-lamellar phase transition, the lamellar
phase bilayers form trans monolayer contacts.>® This structure
can then produce the Hy phase through a series of precursor
structures or inverse bicontinuous cubic phases if enough
interlamellar attachments are formed.>” Partially methylated
phosphatidylethanolamines (DPPE-me) have been shown to
form interlamellar attachments around phase transition
temperatures*® while phosphatidylcholines (DPPC) do not form
such interlamellar attachments due to their large spontaneous
radius of curvature.”” This results in Q;; phase formation within
PA:DPPE-me systems but not in PA:DPPC systems.*®

More recently the formation of interlamellar attachments
has been linked to the Gaussian curvature elastic modulus of
monolayers.*® This value is dependent on the amphiphile
composition, hence Qy; phase formation will be dependent on
the molar concentration of palmitic acid hereby explaining Qf
phase formation occurring only at the 2:1 and 3:1 PA:
DPPE-me stoichiometries.

The phase behaviour of DPPE-me,:palmitic acid mixtures

Next, we explored the impact of one additional headgroup
methyl group. Thus, PA:DPPE-me, mixtures in excess water
had their phase behaviour characterised through DSC and X-ray
diffraction experiments. The results from these experiments are
summarised in Fig. 5.

Once again through SAXS the L, phases seen within pure
DPPE-me, were replaced with Hy phases upon addition of
palmitic acid. Moreover, using DSC, palmitic acid addition
again broadened the phase transitions; however, the gel-fluid
transition temperature increase was more significant than
with DPPE-me. Furthermore, the onset of the Lg-Hjy phase
transition occurred at a lower molar palmitic acid content
(0.33 mol fraction) than for PA:DPPE-me and PA:DPPC.*’
Therefore, palmitic acid is again inducing the formation of
non-lamellar phases, although the earlier onset of this transition
compared to the more intrinsically curved PA:DPPE-me
mixtures” that contain a smaller headgroup (DPPE-me)

This journal is © The Royal Society of Chemistry 2021
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Fig. 5 DSC scans of PA:DPPE-me, mixtures and pure DPPE-me,, with
their respective phase transitions indicated.

indicates that the induction of the Hy phase is more complex
than just increasing the spontaneous curvature in the complex.

Another parameter affecting Hy phase formation is
hydrogen bonding between the headgroups within the lipid
membrane and the surrounding water. Upon increased head-
group methylation of the phospholipid headgroup the ability to
interact with neighbouring headgroups and both the external
water through hydrogen bonding decreases due to the sequential
loss of first one, then two hydrogen atoms which act as hydrogen
bond donors.*® Hence within PA:phospholipid mixtures
changing the methylation of the headgroup and increasing the
amount of palmitic acid both affect the hydrogen bonding
network of the mixture. Within PA:DPPE-me mixtures increasing
the palmitic acid content reduces hydrogen bonding through
reducing the number of H bond donors, this has been argued to
alter the intermolecular forces within the bilayer and between
bilayers.®® This leads to an increase in the area per molecule
within the bilayer®" and thus increases the spontaneous radius
of curvature which leads to the disfavouring of Hy phases.
However, in PA:DPPE-me, mixtures palmitic acid addition alters
the hydrogen bonding network very little leading to no phase
formation favouring/disfavouring due to hydrogen bonding.
The above potentially rationalises why PA:DPPE-me, forms Hy;
phases at a lower palmitic acid content than PA:DPPE-me.
Furthermore, within PA:DPPC mixtures hydrogen bonding
is increased upon palmitic acid addition due to the availability
of more hydrogen bonding donors. Using the same argument as
above the spontaneous radius of curvature will be decreased
favouring the formation of the Hy phase. This also further
rationalises why DPPC, a bilayer forming phospholipids, can
form non-lamellar phases when mixed with fatty acids.

At higher palmitic acid concentrations (0.67 and 0.75 mol
fractions) a decrease in the Lg-Hy transition temperature is
once again seen. This matches observations in PA:DPPE-me
bilayers (Fig. 3) that the significantly increased presence of
palmitic acid increases the curvature frustration energy and

Soft Matter, 2021,17, 5763-5771 | 5767
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favours lower temperature Hj phase formation. As before,
the phase transitions around the 0.67 mol fraction are more
distinct and sharper giving further credence to the idea that
fatty acids and phospholipids form 2: 1 complexes®> and that this
complex formation is not limited to PC based phospholipids.

The 2:1 PA:DPPE-me, mixture also exhibits a double
humped transition. To verify that inverse bicontinuous cubic
phase formation was again behind this complex phase
behaviour SAXS and WAXS measurements were collected
between 54 and 65 °C. The data are summarised in Fig. 6.

Once more, as with 2:1 PA:DPPE-me the main transition
occurring is the Lg-Hy; transition shown by the presence of the
1, 2, 3, 4 reflections at 54 °C for the Lg phase and the 1, \/3, 2
reflections at 65 °C for the Hy; phase. The gel peak in the WAXS
spectra once again broadened at the phase transition temperature
confirming that a gel-fluid transition was occurring. The peak at
0.175 A~* again matched crystalline palmitic acid (ESL Fig. S4)
and matches previous work shown within this paper and other
papers®® on the phase separation of palmitic acid from the
membrane at high molar contents, giving further weight to the
idea that this occurs across a range of different membranes.

At the onset of the gel-fluid transition (60 °C) a set of peaks
coexist with the Hy; phase peaks over a very narrow temperature
range (59-62 °C). Again, some of these peaks can be assigned to
the Im3m inverse bicontinuous cubic space group (Qf) with the
first 3 reflections v/2, v/4, v/6 (which is very faint) present and
indicated in Fig. 4C. As this system is very similar to the better
characterised Im3m phase in the 2:1 PA: DPPE-me system and
previous systems that showed Im3m phases at excess water,>"
the Im3m phase can be assigned.

As with 2:1 PA:DPPE-me, in PA: DPPE-me, mixtures there
are unassigned peaks present which cannot be assigned unam-
biguously due to the lack of reflections present or agreement
with theoretical Bonnet ratios.>> However, these unassigned
peaks appear in the same regions of the PA:DPPE-me and
PA:DPPE-me, patterns and at similar positions in relation to
the Qg reflections. The appearance of these peaks in the same
positions across a range of headgroup methylations suggests that
the peaks are related in some way to non-lamellar phase formation.

The lattice parameter of the Im3m inverse bicontinuous
cubic phase was 86.0 A at 62 °C (ESI,} Fig. $10), this value is
significantly larger than the lattice parameter values of 2:1
PA:DPPE-me at 61 and 62 °C (77.1 and 74.1 A respectively)
indicating that the larger lattice parameter occurs due to
DPPE-me, having a larger headgroup than DPPE-me thus
leading to a less curved Im3m phase.

The ratio of the Im3m:Hy peak intensities within the 2:1
PA : DPPE-me, sample is smaller than the same ratio within the
2:1 PA:DPPE-me sample. This indicates that along with the
small range of Im3m stability in the 2: 1 PA: DPPE-me, sample,
that the Hy; phase is increasingly favoured over the Im3m phase
upon increasing headgroup methylation at this stoichiometry.
This follows previous rationale suggesting that DPPE-me,, due
to its larger headgroup, will have a larger spontaneous radius of
curvature, thus forming fewer interlamellar attachments during
the lamellar-non lamellar transition.*> This will reduce the
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Fig. 6 X-Ray diffraction data of 2:1 PA:DPPE-me, mixtures (A) SAXS
patterns from 54 to 65 °C with an identification of the main liquid-
crystalline phase peaks and the excess palmitic acid precipitate. (B) WAXS
patterns from 54 to 65 °C with an indication of the gel and fluid phases. (C)
The SAXS diffraction pattern at 62 °C, the first peaks of the main liquid
crystalline phases and all of the Qfj phase peaks are identified, and the
inserted smaller graph enlarges the peaks in the region from 0.14 to 0.4 A~%.

prevalence of the Qp phases as seen in the SAXS data. Further-
more, the stability of the Qy; phases is related to the temperature
dependent Gaussian curvature elastic modulus,’® thus an increase
in temperature leads to a change in this value which causes the
destabilisation of the Qy phases and favouring of the Hy phase.
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With other stoichiometries of PA:DPPE-me, Im3m space-
groups are also present. Evidence for this is again seen in the
3:1 mixture, which despite a single melting peak in the DSC
scan exhibits remarkably similar phase behaviour to the 2:1
PA:DPPE-me, sample. However, one key difference is the
stability of the Qf; phase,in the 3:1 sample the Qf; phase is
stable across a wider temperature range (ESLf Fig. S7)
potentially indicating that the slightly increased concentration
of palmitic acid helps stabilise this phase relative to the Hy
phase. Furthermore, within the 1:1 stoichiometry there are two
unassigned peaks at high temperatures that correlate to v/2
andv/4 Im3m reflections (ESILt Fig. S8) although lack of any
further peaks means that an assignment cannot be completed
with confidence. More work needs to be done to further identify
the region of Qpn phase formation in both PA:DPPE-me and
PA:DPPE-me, systems.

The effect of headgroup methylation on phase behaviour

After characterising the phase behaviour of PA:DPPE-me and
PA:DPPE-me, mixtures and gaining an understanding of what
factors affect inverse bicontinuous cubic phase formation
in these samples, we investigated the effect of headgroup
methylation across the 2:1 PA: phospholipid mixtures and in
the pure phospholipid samples in excess water. This was
done in order to further understand how both lamellar and
non-lamellar phase behaviour is affected by the degree of
methylation. The results from this are summarised in Fig. 7.

For the pure phospholipid samples an increase in head-
group methylation decreases the Lg-L, transition temperature
(or in the case of DPPC the ripple gel Pg'-L, transition
temperature), a trend that has been observed by others.*® This
is in part due to the decrease in hydrogen bonding promoting
lateral expansion within the bilayer leading to a lower temperature
where the bilayer fluidises.®*

Conversely, for the 2:1 samples, an increase in phospholipid
headgroup methylation increases the transition temperature.
As the transitions are all lamellar-non lamellar, a different set
of energetics govern these transitions when compared to the
pure phospholipids. As discussed previously an increase in

View Article Online
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headgroup methylation increases the spontaneous radius of
curvature of the phospholipids. As a larger spontaneous radius
of curvature disfavours Hy; phase formation,*® a higher Lg-Hy
transition temperature will be seen for the larger headgroup
phospholipids. In addition, increasing headgroup methylation
will decrease hydrogen bonding and thus alter the intermolecular
forces within and between bilayers.”® As discussed before this
leads to an increase in the area per molecule within the bilayer,*"
increasing the spontaneous radius of curvature, and disfavouring
Hy phase formation. The 2:1 samples also clearly show that Qf
phase formation is favoured at intermediate degrees of methyla-
tion which supports previous work in the field.*>>®

When comparing the pure phospholipid samples to the 2:1
mixture samples it is clear that headgroup methylation
influences phospholipid phase behaviour in greatly different
ways depending on the transition involved. This shows a simple
change to phospholipid structure can lead to complex changes
of self-assembly properties of the system.

In addition to investigating the effects of headgroup
methylation on phase behaviour, the effects of headgroup
methylation on the d spacings of the Lg phase at 50 °C and
the Hy phase at 65 °C in 2:1 PA:phospholipid samples were
analysed. The results are summarised in Fig. 8.

Throughout both the phases an increase in methylation
increases the d spacing values. However, within the Lg phase
consecutive increases in methylation have less effect on the d
spacing values while within the Hy; phase the increase is more linear.

For the Lg phase an initial large increase upon methylation
is attributed to a single methyl group having a greater degree of
steric interference compared to a hydrogen atom. This inter-
feres with the ability of the headgroup to interact with
other headgroups between bilayers,®® which will increase the d
spacing. Due to long axis rotation within the bilayers, subse-
quent methylation will impact the ability of the phospholipids to
hydrogen bond far more than affect the sterics of the system.
In addition DPPC has been seen to tilt to fill in void space within
the hydrocarbon tail region® and reduce the steric impact of
having a large headgroup. Therefore, the slight increases after
the initial methylation are due to a reduction in interactions
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== 2:1 Palmitic acid: DPPE-me;
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Fig. 7 The impact of headgroup methylation on phase behaviour and transition temperatures. (A) Schematic presenting how phospholipid headgroup
methylation impacts on hydrogen bonding and preferred interfacial curvature. (B) DSC thermograph showing the effects of headgroup methylation in
2:1 palmitic acid : phospholipid mixtures. (C) DSC thermograph showing the effects of headgroup methylation in pure phospholipid systems.
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Fig. 8 Effect of headgroup methylation on d spacings in 2:1 palmitic
acid : phospholipid mixtures. (A) d spacing values of the Lg phase at 50 °C.
(B) d spacing values of the H; phase at 65 °C. The error bars are
approximately the size of the plotted data points.

between bilayers predominantly caused by hydrogen bonding.
These results for the Lg phase align closely with results for pure
phospholipid systems where a large increase in d spacing
was evident upon the initial methylation and subsequent
methylations led to little change in this parameter.*®

In the more fluid Hy phase, due to the larger volume
available for the molecules to occupy, the effect of sterics on
screening interactions between molecules is reduced significantly.
Thus, the increase in d spacing upon methylation can be
attributed to decreasing interaction strengths predominantly
through hydrogen bonding between molecules. This fits with
the largely linear data that suggests a near constant change in
forces is occurring to increase the d spacing. Increasing
methylation removes one hydrogen bonding equivalent which
would lead to a similar change in forces upon each methylation.

Conclusions

In this study we have demonstrated that inverse bicontinuous
cubic phases of spacegroup Im3m can be formed in palmitic
acid:phospholipid mixtures by altering the headgroup
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methylation. We also showed both palmitic acid content and
the methylation of the phospholipid headgroup play vital roles
in phase formation. Furthermore, the impact of phospholipid
methylation within fatty acid systems has been shown to
impact on d-spacings as well as phase formation. Showing that
longer chain saturated fatty acids systems can form inverse
bicontinuous cubic phases and how headgroup methylation
affects these systems will hopefully enable the production of
biological system mimics involving these components. In addition,
the increased understanding of the effect of headgroup
methylation will improve our ability to tune inverse bicontinuous
cubic systems and further enhance uses in different fields such as
drug delivery and protein crystallisation.
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