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Abstract

Cell membranes play crucial roles in biological processes, acting as a barrier and
controlling exchange of molecules. This includes intercellular signalling via receptor
mediated processes and budding of vesicles from the membrane. For these functions
membrane dynamics are fundamental. The sorting of components on and within the
membrane leads to a large portion of the complex organisation that exists at a cell
surface. There is a reciprocal effect between these components and the membrane,
exerting their effects predominantly by altering dynamics. Membranes are described
using a fluid mosaic model with areas of differing fluidity, which have different prop-
erties due to the lipids they are made up of. Lipids can be in different phases such
as gel, a solid state that confers stability, or liquid which can be ordered or disor-
dered. Through this action they can influence the movement of structures such as
proteins to sort them into areas with certain properties. This is a reciprocal effect
with membrane components affecting the phase behaviour of the lipids and modu-
lating membrane function. This interplay at a crucial structure makes the dynamics
an interesting and important area of study. In this work we aimed to measure the
dynamics of a membrane via thickness and height changes.

We demonstrate methods to probe these dynamics, generating suspended model
membranes and measured with various techniques. Epifluorescence measurements
allowed the visualisation of phase separation across the surface of a bilayer, to assess
it’s interaction with a pore forming toxin. We also show fitting and simulation
methods developed using the label free method, quantitative Differential Interference
Contrast microscopy (qDIC) to characterise vesicles and their internal volumes.

We introduce our novel label free technique interferometric Gated Off-axis Re-
flectometry (iGOR) to measure the thickness and axial position of the suspended
membrane to sub nanometer resolution. This revealed the undampened dynam-
ics occurring in these membranes at 327Hz in a widefield conformation. These
measurement conditions allowed fast acquisition of every pixel in the field of view
simultaneously providing sufficient temporal resolution. Due to it’s sensitivity and
high resolution, iGOR is a step change in this field of imaging for these dynamics.
We also employed iGOR to track nanoparticles in a 3D volume to ascertain their
hydrodynamic radii and scattering cross-section. Combined these features of the
iGOR technique make it a powerful tool for the investigation of model membrane
dynamics and their interaction with proteins.

In this work we show how we made model membranes and how each measure-
ment technique used is a step change in measuring membrane properties. We show
measurement of lamellarity and internal refractive index of vesicles using qDIC and
thickness and height changes with high temporal resolution using iGOR. Whilst we
showed adequate sensitivity there is still outstanding optimisation to acquisition and
analysis for full quantitative analysis.
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Chapter 1

Introduction and background

1.1 The importance of membranes and their dynamics

Membranes are key biological structures that form cells and their cellular com-
ponents. Membranes are composed of phospholipids which are essential macro-
molecules for the function and organisation of cells. Owing to their amphipathic
nature they spontaneously organise into bilayers where hydrophobic tails orient to-
gether to exclude water leaving hydrophillic head groups exposed. This is the most
energetically favourable conformation and the basis for the existence of cells and
transport vesicles.[1, 2, 3] Main functions of lipid membranes include segregation
and control of transport allowing compartmentalisation of cells from both exter-
nal and internal environments. Compartmentalisation provides protection for the
cell from external toxins and helps to maintain its homeostasis.[4, 5] To fulfil this
function membranes are highly complex and contain many components including
proteins for which they can exist either embedded into the membrane with func-
tions such as transport, receptors and enzymes, or peripheral to the membrane act-
ing in signalling pathways, structural support and cell recognition.[6, 7] Membranes
also contain steroids among various lipid compositions as sketched in Fig. 1.1a and
b.[8, 9] These additional components control passage of any atoms or molecules that
cannot otherwise cross such as positive ions (K+, Na+, Ca2+).[6] Membranes are
only permeable to hydrophobic molecules and small uncharged polar molecules, as
the extracellular and cytosolic environment is polar the barrier needs to be non-
polar.[1, 10] Communication with other cells is another key function of cells and
therefore, as the outermost structure, the membrane must contain both excretion
mechanisms and receptors.[11, 12] However, it’s due to this complexity and fluid na-
ture that has made them difficult to observe both in vitro and in vivo. This extends
to membrane components as the hydrophobic environment is often challenging to
maintain to stabilise membrane components.[13, 14]

1.1.1 Membrane structure

1.1.1.1 Phospholipid structure

Phospholipids are defined by a general structure of one or two fatty acid chains
attached to a glycerol which is in turn attached to a phosphate group esterified onto
an organic group, Fig. 1.1b. They can be grouped into either glycerophospholipids
or sphingophospholipids depending on the nature of the alcohol backbone and the
number of fatty acid chains, with sphingophospholipids containing one fatty acid
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and glycerophospholipids containing two.[15, 16] The extensive variability observed
in natural phospholipids is brought about by the wide-range of organic molecules
that can be attached to the phosphate group and the nature of the fatty acid "tails".
Tails introduce versatility as they can either be saturated, or unsaturated to varying
degrees determining their shape by providing kinks in the chain and of varying length
given by the numbers of carbon molecules.[17, 18] Alongside interactions with the
surrounding medium, headgroups impact the stability of the membrane as a whole.
Smaller headgroups such as ethanolamine give the phospholipid an overall conical
shape as the diameter of the headgroup is smaller than that of the tails, this intro-
duces a negative curvature on the leaflet and often destabilises it.[18, 19] In contrast,
larger molecules such as inositol induce a positive curvature on the membrane, as
shown in Fig. 1.1c.[20, 21] These contrasting inflections, as well as combinations of
other headgroups, influence and facilitate varying membrane curvature leading to es-
sential processes such as membrane budding and fusion.[20, 21, 22] Tails also impact
membrane morphology via altering packing of phospholipids within the membrane
with increased levels of unsaturation and chain length leading to looser packing and
therefore increased fluidity.[17, 18] This is characteristic of the liquid disordered
phase which contrasts the gel phase tendency of sphingolipids due to their saturated
chains.[23, 24] The importance of lipids is underpinned by the devotion of some 5%
of genes to the synthesis of lipids.[22] The major structural lipids found in eukary-
otic cells are glycerophospholipids, phosphatidylcholine, phosphatidylethanolamine,
phosphatidylserine, phosphatidylinositol and phosphatidic acid, with phosphatidyl-
choline accounting for more than half of most eukaryotic membranes. This is most
likely due to its near cylindrical shape and therefore stability.[20, 21]

1.1.1.2 Other membrane components

The complexity of the membrane is further compounded by the other components
found. Many of these span the membrane or are intercalated within the phospho-
lipid tails, whilst others are anchored to the surfaces.[13, 25, 26] These components
modulate membrane function via interaction with the surrounding environment and
by directly affecting membrane fluidity.[27] Components anchored onto the cell sur-
face are often involved in signalling.[11] Lipid interactions within the bilayer aid
membrane protein insertion and the modulation of their activities.[20, 21] Sterols
are a class of non-polar lipids that intercalate into the membrane and confer the
correct fluidity as they interdigitate within the tails and ensure the correct pack-
ing of the phospholipids.[9] In eukaryotes cholesterol is the most predominant sterol
with ergostrol most common in prokaryotes. These sterols preferentially mix with
sphingolipids as the headgroup shields the non-polar sterol, known as the umbrella
model.[28, 29, 30, 30] A major component of membranes are proteins which hold
many functionalities including transport, signalling and synthesis of macromolecules
associated with the membrane.[14, 31, 32] Proteins make up about half of the dry
mass of the membrane and as their activities can modulate the function of the mem-
brane, they are an essential area of research, further compounded by their pharma-
logical relevance as 60% of pharmaceuticals target membrane proteins.[22, 33, 34]
The orientation of proteins within the membrane mainly depends on their primary
structure, as proteins with a polar surface are more likely to be peripheral whereas
a non-polar surface promotes insertion into the membrane.[31, 35, 36, 37] However
due to the reciprocal effect of the membrane and protein behaviour they are no-
toriously difficult to observe due to the usual requirement of extraction from their
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a

b c

CholesterolSphingolipidGlycerophospholipid

Figure 1.1: Lipid membranes and their components a) Schematic representing a
lipid membrane in gel phase (magenta), Liquid-ordered(blue) and Liquid dis-
ordered(lilac). Key elements shown are cholesterol in the liquid disordered and
ordered phases, and the variability of the components contained within. The
regions at the intersection of the phases are known as phase boundaries where
some proteins preferentially localise. b)Structure of a glycerophospholipid,
sphingolipid and cholesterol to represent the variety of shapes these compo-
nents confer in the membrane. Image adapted from Hilton et. al.[39]. c)
Schematic demonstrating the effect of the differentially sized organic head-
groups. The smaller headgroup generates a negative curvature whilst the green
larger headgroup confers a cylindrical shape.

natural environment.[4, 14] An exception to this are nanodiscs where the immediate
lipid environment is also removed and maintained during study.[38] This underlies
the importance of being able to directly observe proteins in a lipid environment.

1.1.2 Observable membrane dynamics

1.1.2.1 Phase separation and spatial membrane organisation

Lipid bilayers can exist in multiple phase states; either a liquid disordered, ordered
or a gel phase. These phases are determined by the van der Waals forces act-
ing between the lipid tails, looser packing of the tails reduces the van der Waals
forces and the lipids can move across the surface of the bilayer easily leading to a
more disordered physiology.[40, 41] The liquid ordered and gel phase differ due to
the presence of sterols in the liquid ordered phase. The presence of sterols confers
an ordered physiology whilst maintaining lateral movement of components. Mem-
branes in the gel phase are more ordered with restricted lateral movement lead-
ing to tight packing of the molecules; often unsaturated tails that would otherwise
prevent tight packing go through trans isomerisation to lengthen the tails and al-
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low tighter packing.[1, 42, 43, 44] Phase separation plays a vital role in biomolec-
ular assemblies such as stress granules, nucleoli and signalling clusters, as well as
membranes.[45, 46, 47] However, a main effect of phase separation is the regulation of
protein phase behaviour by providing scaffolding platforms and influencing the cur-
vature, fluidity and lateral organisation of the membrane.[31] Proteins can nucleate
or partition into phase-separated domains in membranes, they can also drive lipid
demixing especially via curvature-sensitive domains or clustering of lipid-binding
motifs.[48, 49, 50, 51, 52, 53, 54] These processes act in a feedback loop where the
lipids modulate the availability, curvature preference and anchoring of proteins and
proteins alter lipid order, raft formation and lipid phase behaviour to control traf-
ficking and signalling[26, 31]. An essential part of this is fusion events which mix
lipid and protein compositions, and endocytosis which often involves localised phase
separation of adaptor proteins and lipids acting as nucleation sites.[55, 56, 57] These
processes are driven by the dynamics within the membrane largely domain reshap-
ing. Lipid flip-flop and asymmetry also has an influence via modulation of membrane
tension and leaflet coupling, this lipid redistribution alters phase behaviour along-
side the cytoskeleton and the extracellular matrix.[58, 59, 60] The actin cortex and
microtubule network can also confine, stabilise and dissolve condensates and or-
ganise receptor clustering which may underlie processes essential in signalling. Also
exerting a similar effect is the extracellular matrix which also drives clustering or ex-
clude proteins promoting compartmentalisation.[61, 62, 63] These effects combined
provide dynamic control of the membrane providing functions to organise processes
essential for cell signalling and organisation components across the surface. The
tendency of certain membrane compositions to exist in either a gel or fluid phase
can lead to phase separation and the subsequent emergence of lipid rafts. The raft
model was originally proposed to explain sorting of components across the plasma
membrane, as the differing properties of these regions aids in diversifying membrane
functionality.[64, 65, 66] As well as affecting the function of membrane components,
protein function may modulate the phase behaviour of lipid regions.[22] Different
compositions of lipids produce complex phase behaviour with the addition of lipid
species the phase transition temperature changes and the range over which they
transition increases.[67] Phases can either be miscible and co-exist or they can sepa-
rate into their respective phases, termed phase separation.[68] The phase transition
of a bilayer can be controlled by a variety of condition changes including: a change in
the temperature across the phase transition temperature, lipid-lipid or lipid-protein
interactions, a phase transition in the opposite leaflet or binding of proteins or
ions.[69, 70] Membrane phases are in a quasi-equilibrium that describes different ar-
eas of the membranes, the interfaces between these domains are known as the phase
boundaries; sites where the properties change sharply.[22] Membranes can use these
abrupt changes to arrange components on the cell surface by co-localising or separat-
ing them across the boundary. Reciprocally this phase behaviour can be affected by
small changes in membrane make-up such as ion or molecule binding.[71] Proteins
are particularly phase sensitive with any containing an alpha helical transmembrane
domain showing preference to the liquid phase whereas hydrophobic matching drives
a solid phase preference.[72, 73] When ordered and disordered regions are present
most proteins partition into the disordered phase, Glycosylphosphatidylinositol an-
choring proteins tend to generate an exception alongside Cavedin-1 scaffolding.[74]
Whilst many proteins show preference for certain phases, they do not seem to show
much preference to lipid compositions.[75] Membrane proteins generate local envi-
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ronments from the surrounding lipids to support their function such as nucleation
membrane rafts.[76] As well as the partitioning of proteins, cholesterol rich regions
recruit cholesterol binding domains.[74] Anderson and Koeppe termed lipid rafts
as an overall energy of interactions between the components generating small het-
erogeneity across the membrane.[77] These heterogeneities drive many membrane
structures and dynamics which need to be studied further.

1.1.2.2 Lipid raft dynamics

Probing lipid dynamics includes investigation into the propagation and accumu-
lation of molecular stress and it’s role in influencing membrane bound mechano-
sensitive macromolecules.[78] These can be modulated through lipid-lipid inter-
actions, as, in a membrane the phospholipids are packed closely enough that a
displacement of one triggers oscillations that alter the dynamics of neighbouring
domains.[79] It is currently thought that rafts form at random locations across the
membrane consisting of increased stress whenever compression or shear waves travel
over them.[80, 81, 82] Dynamics of membrane waves occur across a wide range
of timescales and distances.[83] They can often be categorised as either thermal
deformations or ATP-driven processes. These deformations often resemble wave-
form dynamics with wavelengths ranging from nm to µm scales, with larger scale
fluctuations indicated to be at the cell edges and the basal membrane.[84, 85]
All membranes basal or otherwise, also experience smaller thermal fluctuations
which can be experienced down to a picosecond time scale and respond by solid
like dynamics.[79, 86, 87, 88] Whilst fast paced fluctuations arise from small nan-
odomains and invaginations, slower moving waves (10s) are also experienced. These
forces are found to be dampened after propagating over small distances which im-
plies that the stress is well contained within rafts.[80, 82] The forces on the rafts
demonstrate an elastic regime as induced stress dissipates and rafts lose their elas-
ticity. This causes them to go through an elastic-to-viscous crossover leading to raft
deconstruction.[89, 90] Rafts are formed via the accumulation of lipids carrying re-
duced stress after self-diffusing. Once they become trapped by van der Waals forces
new rafts can form spontaneously.[91] This propagation, dissipation and reformation
of rafts causes the stress to propagate in pulses resembling waves. The interfaces
between the rafts are separated by densely packed lipids containing stress due to
the non-linear coupling of longitudinal and transverse modes.[92] This propagation
and its subsequent effect on the density of the membrane aids defining the rate of
biological processes.[93, 94] The combination of compression and shear waves gen-
erate a membrane surface consisting of multiple optical vibrational modes. These
create landing platforms which allow the passage and binding of small molecules,
however, these can be broken down by the inclusion of hydrophobic molecules as
they breakdown of out-of-phase membrane displacement patterns.[92] Whilst larger
and slower waveform fluctuations are more widely understood we aim to target the
less well studied small rapid fluctuations using our novel imaging technique.

1.2 Membrane observation

Conventional techniques for the study of lipid membranes consist of both direct ob-
servations of natural and model membranes and computer-based modelling. Early
observations included the Langmuir trough, used to measure the surface area of a
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known volume of phospholipids and electron microscopy images of a bilayer which
together confirmed the presence of a bilayer.[95, 96] Computer based modelling tech-
niques have made predictions over bilayer organisation, physical interactions in both
simple and complex systems. Other studies have used spectroscopic measurements
of hydrated bilayers to identify interactions such as those between phospholipids and
cholesterol.[97, 98, 99]

1.2.1 Fluorescence

A large body of the work driving our understanding of lipid bilayers utilises fluo-
rescence measurements. Direct observations of membranes have been carried out
using fluorescence under different conditions to characterise various compositions
and their behaviour. Some experiments use the auto fluorescence of cells these
often have a low signal to noise level meaning that it is hard to distinguish the
sample signal from the background. In a cellular environment, metabolic indica-
tors such as Flavins and NAD(P)H emit in the green and blue range, respectively,
while structural proteins collagen and elastin are excited in the 300-400 nm (UV
- Violet) region.[100, 101] Other diagnostic structures such as lipopigments specif-
ically lipofuscin are cited in ageing research and emit in the green to red region
and porphyrins, which can accumulate in tissues during the disease progression of
porphyrias. These can be measured in the red range and are therefore suitable for
diagnostic imaging.[102, 103, 104, 105, 106] Whilst this provides a basis for imaging
non modified systems there are methods, including those discussed in this thesis,
that provide a better signal to noise than autofluorescence.[107] Some membrane
proteins have intrinsic fluorescence from tryptophan residues however this is often
too weak and difficult to distinguish from the background.[108, 109] Due to the hy-
drophobic nature of tryptophan it is likely to be found at the interface between tails
and head groups and therefore suppressed. [110]

The majority of fluorescence work uses fluorescent probes known as fluorophores.
Fluorophores can be used to both give a overall measurement of the movement
of molecules alongside the measurement of the behaviour of individual labelled
components.[111] In reality, measurements are generally made of populations of fluo-
rophores to provide an insight into the behaviour of a single component. Techniques
such as FRAP (fluorescence recovery after photoleaching) where the migration of
lipids back into a photobleached area is measured, provides a measurement of lipid
fluidity, and lateral diffusive rates of lipids under different conditions and of different
membrane domains.[112, 113, 114] Measurements of the same characteristics can be
carried out using fluorescence correlation spectroscopy (FCS) where diffusion and
molecular interactions are measured as the fluorescence intensity is measured in as
small observation volume.[115, 116] As discussed in Chapter 5 we can measure the
movement of a water soluble dye across a membrane to identify membrane perme-
ability and in our case the identification of pore formation. Other indicators such
as calcium reporters can be used to measure membrane permeability as the fluo-
rophores on one side of the membrane will only emit in the presence of calcium after
passing through the membrane.[117, 118, 119] A similar proximity based fluorescence
is utilised in FRET (fluorescence resonance energy transfer) where there are donor
and acceptor fluorophores from which the energy is transferred inducing emission
when they are in close proximity (≈ 1 - 10 nm) which allows measurements of lipid
packing as well as the spatial distribution of other labelled components.[120] These
high precision experiments can also be undertaken using single particle tracking
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tracking the movement of lipid or protein molecules across a membrane.[121]
Fluorescence techniques tend to be limited by the diffraction limit of light,

200-250 nm laterally and 500-700 nm axially.[122] Single-Molecule Localisation Mi-
croscopy (SMLM) can achieve resolution down to 10-20 nm laterally and 50-60 nm
axially by fitting the signal to identify the centre of the diffraction limited spot.[123]
STED (Stimulted Emission Depletion Microscopy) improves resolution to 20-50 nm
laterally by selectively depleting the fluorescence surrounding the focal point which
reduces the effective excitation area hence improving resolution.[124] An alternative
method for improving resolution is expansion microscopy where the specimen is la-
belled and embedded in a hydrogel. Enzymes are then used to partially digest the
sample leaving the labelled components allowing them to be imaged at a greater
resolution using a standard fluorescence microscope once the hydrogel has swelled,
resolution of approximately 60 nm has been achieved.[125]

Fluorophores can pose difficulties as they are prone to photoblinking, photo-
bleaching over time as well as causing phototoxicity in the system. The exact loci of
the component of interest can also be ambiguous as the point spread function can
be large leaving a large area for which the fluorophore could be, the attached fluo-
rophores could appear at a slightly different location than the component of interest
due to the linking mechanism and molecule size.[126, 127, 128] They also often re-
quire modification when they are applied to a system, this is not only laborious but
can introduce artefacts. For these reasons the generation of label-free techniques are
at the forefront.

1.2.2 Label free observation techniques

Recently interferometric scattering microscopy (iSCAT) has been used to detect re-
flected light from an interface underneath the sample to generate interference. A
coherent light source is used to illuminate the sample from which the scattered light
is collected with the reflection from the surface below the particle acting as a refer-
ence. When this light interferes with the sample reflection the signal is amplified and
can be captured generating a high resolution measurement of the particle, specifi-
cally temporally as several thousand frames can be acquired per second (5µs).[129]
Currently iSCAT is used to track molecules, these include molecular motors such
as kinesin and dynein responsible for cellular cargo transport and how they move
along microtubules and how proteins can assemble and aggregated which could be
useful in the study of amyloid fibrils.[130, 131] The particle tracking can be applied
to understand the size of extracellular vesicles which have been indicated in both in-
tercellular communication and disease diagnostics and therefore have an application
within biomarker analysis and has been applied to vesicles within a cell.[132, 133]
The main potential of this technique and the previously discussed application is
encompassed in nanoparticle tracking, with particle size and binding events with
ligands on the surface able to be quantified.[134] Whilst this has proved instru-
mental in single particle tracking it has been limited to an axial tracking range of
a few hundred nanometers with a recent advancement extending this to 4µm for
small particles of 10 nm in diameter and over 30µm for larger particles of 80 nm
diameter.[135] However for long range particle tracking this provides a limitation,
which through the use of an external reference beam we mitigate when measuring
with iGOR. This experimentation was also expanded into looking at how proteins
and ligands move across a supported lipid bilayer and how they interact and how
the membrane responds in terms of lipid packing and lateral movement. This also
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provides a limitation as dynamics across the bilayers thickness cannot be measured
and any static forces acting between the bilayer and the glass surface could be im-
pacting the natural diffusive movements of the lipids.[136] The requirement of large
supported bilayers and a glass water interface for this technique provides a limitation
for observing dynamics as many of the membrane dynamics would be dampened by
the surface.[136] As discussed in latter chapters 6 and 7 we can mitigate some of
these limitations.

Other label free observation of lipid bilayers include chemical specific imaging
such as Raman Spectroscopy. Raman spectroscopy measures the vibrational modes
of chemical bonds after interaction with light.[137] Coherent Anti-Stokes Raman
Spectroscopy (CARS) also probes these vibrations using coherent light as chemi-
cal bonds respond differently to light they can be classified into groups: Lipids,
DNA, RNA, Proteins, Phosphates, Lipid-Proteins.[138, 139, 140] epi-detected het-
erodyne CARS (eH-CARS) is a further technique that can be used for nanoparticles
and lipid bilayers using chemically specific image contrast. This has been shown
to give topological information of a supported lipid bilayer to nanoscale resolution,
however, it is a point scanning technique and therefore is limiting when measuring
dynamics.[141] Currently work is being undertaken to reveal the behaviour of lipid
rafts using an enhanced Raman spectroscopy; local field enhanced eH-CARS. This
utilises the enhancing effect of gold nanoparticles to amplify the signal from the
bilayer (unpublished). Plasmon-waveguide resonance has also been used to quan-
tify the lateral segregation of lipids and proteins into microdomains using optically
anisotropic systems to probe the refractive indices as well as long range molecular
order.[142] Mass photometry is a recently published technique using iSCAT that
allows label free tracking and mass determination of proteins present on supported
lipid bilayers. They cite a mass resolution of sub-50 kDa which when paired with
the tracking ability allows mass specific diffusion coefficients to be identified. With
a temporal resolution of 3ms these diffusion constants as well as association/dis-
sociation events can be accurately quantified in terms of protein behaviour.[143]
As these measurements are undertaken on a supported bilayer they dynamics of
the lipid bilayer itself in response to these events remain un-probed. Atomic force
microscopy (AFM) can be used to gain topological information from an imoblisied
lipid bilayer with additional components, this has been used on portions of bacterial
membranes to analyse organisation of integrated components. AFM utilises a sharp
probe that traces across the surface of the sample measuring any height changes
present. AFM is an example of a contact based techniques are also used to observe
membranes however these are often invasive and not compatible with suspended
model membranes.[144]

1.2.3 Quantitative phase imaging

Quantitative Phase Imaging (QPI) is a group of techniques quantifying the phase
shift of light due to interaction with a sample, namely biological samples. Often
the phase shift is proportional to the dry mass content where the specific refractive
increment quantifies this relationship. As previously mentioned qDIC utilises this to
allow observation of organic samples.[145] A more simplified version is Phase Con-
trast Microscopy where the resulting amplitude changes equates to the phase shift
caused by the refractive index distribution across the sample. Generally speaking
QPI techniques can be organised into four primary approaches; interferometry, wave-
front sensing, phase retrieval and digital holography.[145, 146, 147] Interferometry
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measures the phase shift based in the interference between a sample and reference
beam to produce an interferogram where the dry mass is the product of the total
projected area and the average optical thickness, scaled with the specific refractive
increment.[148] Digital Holography expands the analysis of an interferogram using
diffraction to reconstruct the complex wavefront. This includes the intensity mod-
ulation of light as well as the phase shift, holography also changes the illumination
direction.[149] Wavefront sensing doesn’t use a reference to recover phase shift, in-
stead the movement of an array of focussed light spots caused by aberrations allow
phase shift to be recovered. Phase retrieval algorithms use images taken using dif-
fering conditions and computationally reconstruct phase shift. Both iterative and
deterministic approaches can be utilised to solve for phase images.[146]

QPIs have been used in a wide range of biological studies including growth
rate assays, neutron behaviour, drug screening and the determination of biophysi-
cal cell properties.[146, 150] Quantitative phase imaging has also been used when
looking at cell growth to investigate how single cells regulate their volume during
cell cycle phases.[151] These volume changes can also be tracked to understand how
homoeostasis is maintainined and how the morphology of red blood cells change in
disease conditions such as sickle cell disease and malaria.[152] This same theory can
be applied when discussing the plasisticy of neurons to look at the morphological
changes in dendritic spines and axons in response to stimuli.[151] Cancer cell metas-
tasis involves not only the movement of cells but cellular deformation which was
assessed using QPI. Alongside understanding how these changes occur during dis-
ease progression it also a useful tool in drug discovery pathways as they also aim to
monitor cell morphology and dynamics in response to drug treatments.[146, 153] In
this way QPI is a useful tool in providing label-free insights into cellular structures
and therefore our model membranes especially as it is a well-established tool in our
lab with home written software streamlining analysis. For our uses, whilst it provides
a high resolution for the measurement of membrane properties it requires multiple
image acquisitions for the same region of interest and therefore is not suitable for
understanding the dynamics of a membrane on a very short time scale.

1.2.3.1 Quantitative differential interference microscopy

Quantitative differential interference microscopy (qDIC) is a technique based on the
changes in phase and in turn, optical thickness found in the sample and so due to
the gradual change in phase at the top of the vesicle it would not be able to measure
height fluctuations.[107, 154, 154, 155] qDIC in particular is further discussed in this
thesis where it has been used to determine the optical properties of vesicles, namely
the refractive index, lamellarity and internal solution. For our uses, whilst it provides
a high resolution for the measurement of membrane properties it requires multiple
image acquisitions for the same region of interest and therefore is not suitable for
understanding the dynamics of a membrane on a very short time scale, however we
have used it to gain a better characterisation.

1.2.3.2 Holographic imaging techniques

Digital holographic imaging relies on the production of interference patterns using
a coherent laser source. This interference of a reference beam and a beam scattered
by the sample encodes both amplitude and phase information of the light reflected
by the sample.[149] This recorded interference pattern is termed the hologram and
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1.2. Membrane observation

allows the reconstruction of wavefront in 3D as we can simulate how the image would
appear if it were observed at different depths or planes assuming free propagation.
For samples which are not strongly scattering, this can be undertaken via either
numerical propagation or phase recovery algorithms.[156] Numerical propagation is
typically done using Fourier transformations. In Fourier optics the wavefront can
be described using a sum of sinusoidal components with different spatial frequencies
and a Fourier transform can be used to calculate how these components would evolve
at different distances, effectively simulating how the wavefront behaves at different
focal planes. After propagating the wavefront to the desired plane an inverse Fourier
transform reconstructs the real space.[145, 149]

When employing these techniques for biological imaging the main areas are dig-
ital holographic microscopy (DHM) is where a digital sensor captures a hologram
directly of transparent samples, optical coherence tomography (OCT) which uses
low-coherence light to capture micrometer resolution images of biological tissues
and Holographic Flow Cytometry which combines flow cytometry with holography
to capture 3D images of cells in suspension.[149, 157, 158, 159] Overall holographic
imaging provides non-invasive methods to obtain high spatial resolution 3D images
of biological samples however it does often require complex set ups with minimal en-
vironmental vibrations and noise alongside powerful data processing computational
power.[160]

1.2.3.3 Phase unwrapping

The phase of a wave is the description of a position in a repeating cycle of peaks
and troughs. As the pattern repeats so does the phase within a range of -2π and 2π.
Due to its periodic nature of the the phase of a field is only defined up to an integer
multiple of 2π. In reality as the height of the membrane is not limited to this range
with its true value being the number of cycles plus the phase of the current cycle.
The measured phase is referred to as wrapped as is limited to the 2π range, the
process of determining the true phase is referred to as unwrapping and described
below.[161]

To achieve a continuous phase evolution across space and time, which is relevant
when interpreting the phase as a surface height, integer multiples of 2π can be added,
to avoid phase jumps above pi. However, this is difficult in two-dimensional fields as
the condition has to be met in two dimensions generating conflicting local conditions,
requiring a non-local solution. Furthermore, phase singularities at points of zero
amplitude occur, also called vortices, which can have a phase change of multiples
of 2pi when circulating around the point, this integer multiple is known as angular
momentum or topological charge of the vortex.

There are many approaches that can be taken to phase unwrapping that include
path following algorithms, branch cut algorithms, least squares and optimisation
approaches, Fourier Transform and graph cut and energy minimisation methods.
[161, 162, 163, 164, 165, 166, 167] Generally speaking the factors that will impact
the efficacy of phase unwrapping are the noise in the data which can generate false
discontinuities but can be minimised by high-quality data acquisition and noise
filtering prior to phase unwrapping, the size of discontinuities in relation to the rate
of change and phase impacts the complexity of the algorithm required. The more
complex the algorithm required requires an increased processing power.[161]
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1.2.4 Interferometric gated off-axis reflectometry

Interferometric gated off-axis reflectometry (iGOR) is a novel imaging technique de-
veloped by Wolfgang Langbein, Paola Borri, Tual Monfort and David Regan, as a
sensitive label-free live imaging technique capable of single molecule sensitivity due
to sub-nm resolution. As a form of digital holographic microscopy, it produces a
hologram containing 3D information produced from the interference pattern. The
interference pattern is produced from a complex reflected field containing reflec-
tions from a signal field and a separate reference beam. iGOR allows single particle
observation and tracking, alongside measurement of thickness with angstrom reso-
lution. The off-axis nature of this technique enables the amplitude and phase to
be separated in the Fourier domain leading to the separation of the axial positions
from the membrane thickness. This retrieval of the scattered field allows additional
topography information with sub-nanometer sensitivity. The contrast is formed by
the interference of the light field scattered by an object and the reference field. The
complex field is measured in both the co- and cross- polarised channel. The incident
light on the sample is co-polarised, the majority of the light is reflected with an un-
altered polarisation and therefore the co-polarised channel. In contrast, the signal
present in the cross-polarised state shows any in plane birefringence present.[168]
iGOR is discussed further in Chapter 6 and Chapter 7.

Interferometric Gated Off-axis Reflectometry is being developed in our group.
My role in the development was during the final stages and centred around producing
pipelines for imaging and analysing lipid systems. This included final hardware
changes as well as protocols to image suspended membranes and small unilamellar
vesicles (SUVs). In terms of analysis I wrote analysis code to correct data and extract
relevant parameters. I also collaborated in software design for more sophisticated
analysis coded by David Regan.

iGOR collects the light scattered in the epi-direction by a sample. This light
collected is combined with a reference beam with a matched path length. From
measured interference the light field in amplitude and phase to be measured. For
a flat bilayer sample the amplitude and phase of the reflected field in focus with
the bilayer correspond to the thickness and height, respectively. Light can either
be unpolarised or polarised, unpolarised light has no fixed orientation and oscillates
randomly in all directions perpendicular to the propagation direction. Polarised light
is light with a defined direction of oscillation, meaning it oscillates either parallel to
the plane of incidence (p) or perpendicular to it (s). P and S are also known as co-
and cross-, respectively. The light incident on the sample is p polarised, however
we measure in both s and p polarisation. Once reflected from the sample the co-
and cross- polarised light components have orthogonal linear polarisation. These
are subsequently separated by a Wollaston prism before hitting the Basler camera.
Separating these helps to resolve sample anisotropy which can arise from in-planar
bilayer birefringence. Our set up can measure in a widefield configuration at 327Hz.

1.3 Model membranes

Owing to the complexity of membranes, it is hard to generate suitable model
membranes.[169, 170] Simple model membranes such as vesicles or supported lipid
bilayers are typically made up to a ternary lipid composition however, they run the
risk of demonstrating oversimplified dynamics and behaviour. More complex model
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membranes such as GPMVs (Giant plasma membrane vesicles) are an extracted
portion of natural membranes and fall between the classification of synthetic model
membranes and living cell membranes.[171] Other model membranes include net-
works of vesicles connected by lipid microtubules, ruptured bilayers supported on
solids from both synthetic and native membranes and membrane nanodiscs con-
taining membrane proteins.[170, 172] Membranes can also be supported on surfaces
using tethers such as DNA and lipid tubules, however the level of support the bi-
layers receive from either a surface or tether can alter the dynamics.[173, 174, 175]
Nanodiscs are small regions of membrane surrounded by an alpha helical scaffold
however, these fail to generate an internal volume and are therefore only suitable
for lipid binding and not transmembrane transport.[38, 171]

An emerging field of research is bottom up biology where researchers aim to take
fundamental components to combine and generate functional cells.[176, 177] These
often start with vesicles of varying specifications and incorporation proteins such
as Min protein systems and actomyosin rings to generate oscillations and contrac-
tions reminiscent of cellular functions.[178] The gradual addition of complexity to
these models allows each layer to be analysed and understood from a biophysical
perspective. Measurement of membrane linked behaviour can be undertaken on a
single bilayer level using models such as vesicles and supported lipid bilayers or on
a population basis using models such as liposomes or micelles.[112, 179, 180] These
measurements would rely on a secondary indicator of membrane behaviour such as
fluorophores or ion flow.

For use in iGOR setup free floating lipid bilayers are required as the observation
region needs to be at least 30µm from the surface to avoid interference from other
interfaces affecting the signal from the lipid region of interest. The same concept
applies to the vesicles and therefore to prevent the lower surface from interfering
vesicles need to have a diameter of 30µm or greater and not containing any internal
structures or any structures attached to the vesicular surface. The vesicles are also
required to be of this size so that the top surface appears near flat for observa-
tion. To observe the dynamics of a lipid bilayer we need a single suspended bilayer.
It is for this reason we have developed a protocol for producing giant unilamellar
vesicles and more supported half-sphere giant unilamellar vesicles (hs-GUVs) and
droplet interface bilayers as simple model membranes to quantify their dynamics.
These requirements for iGOR should not limit our ability to observe biologically
relevant phenomena as it is a freely fluctuating bilayer with no limit on lipid com-
positions providing stable bilayers can be generated. This allows the observation of
lipid bilayer fluctuations and potential lipid rafts. The main foreseen limitation is
once additional components are added into the system the interferogram becomes
more challenging to deconvolute due to the additional scattering objects, however
by slowly increasing the complexity we can mitigate this. Whilst our temporal
resolution is improved due to its widefield conformation we may not be able to mea-
sure phenomena that occurs faster than 3ms such as ion channel opening, molecule
diffusion across membranes, some lipid raft formation and dissolution.

1.4 Thesis outline

The methods used in this work alongside a description of microscopy techniques
including relevant mathematics and optical set up and processing can be found in
Chapter 2.
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Chapter 3 details the optimisation of preparation protocols for the production
of GUVs. We also discuss alternative bilayer models and their preparation. Initial
fluorescence measurement are also discussed in this chapter.

Characterisation of these models using qDIC are described in Chapter 4. In this
chapter the subsequent simulations and their incorporation into the analysis are also
included.

Chapter 5 describes the preliminary experiments to confirm App6Aa1 protein
insertion into our membrane models.

The use of iGOR for the measurement of membrane dynamics of GVs are detailed
alongside the final optimisation of the method in Chapter 6.

An alternative use of iGOR for the tracking of organic nanoparticles in a 3D
volume is demonstrated in Chapter 7.

1.5 Project aims
• Optimise GUV electroformation to produce stable, artifact-free vesicles suit-

able for iGOR analysis.

• Characterise membrane properties using epifluorescence and qDIC microscopy,
with comparison to simulations.

• Use iGOR to quantify membrane dynamics in response to environmental changes
and transmembrane protein insertion.

• Investigate lipid phase behaviour by altering membrane composition and analysing
birefringence to infer phospholipid organization.

• Develop time-resolved iGOR measurements to monitor phase and amplitude
shifts during transitions such as gel-phase formation or pressure loss.

• Assess membrane deformation following protein insertion and generate defor-
mation maps based on steady-state membrane responses.

• Establish a validation protocol for protein insertion using internal fluorophore
loss as a marker.
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Chapter 2

Materials and methods

2.1 Lipid solutions

2.1.1 Lipid handling and storage

The lipids used were 1,2-dipentadecanoyl-sn-glycero-3-phosphocholine (DC15PC), 1
-palmityl-2-oleoyl-sn-glycero-3-phosphocholine (POPC) and 1-palmityl-2-oleoyl-sn-
-glycero-3-phosphoethanolamine (POPE). All lipids were purchased from AVANTI
Polar Lipids (Alabaster, US), as 10mg/mL solutions in chloroform, 25mg was pur-
chased at a time and delivered on dry ice. These lipids were kept in chloroform
and a sealed nitrogen environment to prevent perioxidation. To maintain this, the
stock solution was opened only in a nitrogen cabinet and stored in glass vials sealed
with parafilm. Polytetrafluoroethylene (PTFE) cap linings were used to prevent the
chloroform from degrading the plastic and contaminating the solution. The lipids
were then stored at -20℃ and considered stable for approximately a year, in line
with manufacturers guidance.

The fluorophore-labelled lipid used for fluorescence imaging was ATTO488-DOPE
or ATTO425-DOPE having absorption and emission spectra shown in Fig. 2.1. They
were purchased in powder form and were dissolved in chloroform at 1mg/mL. Lipids
were kept in a sealed nitrogen environment at –20℃ with an aluminium foil wrapping
around the glass vial to prevent progressive photobleaching of the fluorophore. As
the lipids were dissolved in chloroform, handling the solutions cannot be done with
standard plastic syringes or pipettes as they would be degraded, and was instead
carried out using glass syringes (700 series, Hamilton, US). The handling was done
in a fume hood to remove chloroform gases. Any lipids containing a fluorophore
were kept in a dark environment, typically by using aluminium foil wrapping, to
avoid photobleaching.

2.1.2 Preparation of lipid solutions

A 4mL glass vial was cleaned by 10 successive chloroform rinses. In a nitrogen
cabinet the required volumes of each stock solution were added to the vial using
the glass syringe, depicted in Fig. 2.2a. The volumes were defined by the mass
required to produce the desired composition defined by a molar ratio. The resulting
solution was dried to generate a thin film of lipid on the inner wall by placing the
vial under a nitrogen flow directly from the tube placed just above the vial neck
with sufficient flow that the solution surface is disturbed without forcing it up the
wall. This was carried out on a hot plate set to 60℃ for 30min, then stored under
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a

b

Figure 2.1: Fluorophore spectra Fluorescence excitation (dashed) and emission (solid)
spectra for the ATTO488 (a) and ATTO425(b) fluorophores, respectively.[181,
182] ATTO488 shows an excitation maximum at a wavelength of 499 nm and
an emission maximum at 520 nm, while for ATTO425 these wavelengths are
438 nm and 484 nm.
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Figure 2.2: Lipid handling Pictures of steps in the preparation of lipid solutions. a)
Nitrogen glovebox used and handling of solutions. b) Vacuum pump (Vacu-
ubrand MZ 2C vacuum pump) to a minimum pressure of 7mbar and desiccator
used to store vial under vacuum. c) Storage conditions of lipid stock solutions
both with and without fluorophore.

vacuum for an hour to remove the chloroform as depicted in Fig. 2.8. The resulting
lipid film was then dissolved in a new solvent by adding this solvent into the vial
under nitrogen and vortexed for 30 seconds using a Jencons VX-100 vortex mixer
(VWR,USA) at an approximate rpm of 2000 with the vial closed. The solvent was
chosen dependent on the phase of the lipid mixture at room temperature; for those in
a gel phase isopropanol was chosen, for those in a liquid disordered phase a mixture
of chloroform and acetonitrile (95:5 V/V) was used as determined by Regan.[155]
The vial was then stored in a –20℃ freezer sealed with parafilm and foil, as shown
in Fig. 2.2c. Samples are stable for approximately a year. Fluorescently labelled
lipids were added, at a 0.1% lipid molarity to allow observation of lipid structures
under epifluorescence. This percentage provided sufficient fluorescence while not
significantly changing the phase behaviour of the bilayers.[155]

2.2 Lipid bilayer sample formation

2.2.1 Giant unilamellar vesicles (GUVs)

The protocol for the formation of GUVs was developed within this thesis. More
details on the development are given in Chapter 3.1. Here we describe the final
protocol used for most of the results shown in this thesis.

2.2.1.1 Coating of electrode wires with lipid

A Tantalum wire, 1mm in diameter, was cut into two sections of about 5 cm length
each and held together by a home-designed 3D printed holder, design drawings shown
in Appendix A.1. Under a directed nitrogen flow from the output tube, 5 µL of the
4mg/mL lipid solution was deposited on each wire using the 50 µm glass syringe over
1 cm from the tip of each wire by slowly expelling lipid from the syringe and sliding
along the wire as the solvent evaporates, shown in Fig. 2.3a. After application of
the lipid solution the electrodes were vacuumed according to Section 2.2.3 in the

– 16 –



Chapter 2. Materials and methods

Hamilton syringe

Tantalum wires in 
3D printed support

Nitrogen 
flow

3D printed 
wire 
support

3D printed 
support 
holder

Hot Plate

Wires attached 
to tube wall

A
ri

el
 v

ie
w

Si
d

e 
vi

ew

Function 
Generator

Oscilloscope

Heat Block

Wires in wire support

3D printed 
Eppendorf 
connector

a b c

Figure 2.3: Pictures supporting the electroformation protocol a) 3D printed sup-
ports to maintain wire geometries and application of the lipid solutions onto
the tantalum wires under nitrogen flow b) pre-hydration chamber with wire
holder. c) electroformation in progress with the wires in the electroformation
solution in an eppendorf tube and connected to the function generator and
oscilloscope.

absence of light by placing inside a closed cupboard to ensure all of the solvent had
evaporated. The wires were then pre-hydrated in a humid nitrogen environment for
1 h at a temperature at which the bilayer was in the liquid disordered phase. Pre-
hydration was achieved using a wet paper towel in the bottom of a falcon tube, filled
with nitrogen, sealed with parafilm and placed on a hotplate, at a temperature above
phase transition temperature, covered with a large beaker as shown in Fig. 2.3b. The
wire holder was fixed to inside of the tube using a wire clip affixed using blu tack
as depicted in Fig. 2.3b. The wire clip is detailed in Appendix A.2. The electrodes
were washed in 1.2mL of distilled water (d.H2O) twice for 10min each by placing
the holder in a 2mL Eppendorf of 1.2mL d.H2O and then removing after 10min
and discarding the water.

2.2.1.2 Electroformation

A 2mL Eppendorf tube containing 1.2mL of 0.2mM sucrose solution was degassed
by vacuuming for 1 min. The holder with the lipid-coated wires were then inserted
into the tube by clicking the wire holder in the eppendorf connector, as seen in
Fig. 2.3c, with the wires spaced 2.5 mm apart, as dictated by the 3D printed support.
The wires were connected to a function generator (Instek SFG-2010) and oscilloscope
(Gould DSO 405). The solution was kept above phase transition temperature for the
duration of electroformation using a hot block (Grant BTD Block Heater) to ensure
the lipids remain in liquid disordered phase, this set up is depicted in Fig. 2.3c. A
sine wave of 20 Hz and 2.5 V peak-peak was applied for 60 min followed by a square
wave at 2.5V peak-peak for 30 min at 5 Hz, 15 min at 2 Hz and 15 min at 1 Hz and
at 4V peak-peak and applied for 5 min.
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2.2.2 Filtration

A filtration setup was assembled as shown in Fig. 2.4. A 5mL Luer slip syringe
(Medica, USA) with a 25 G, 16 mm long needle (BD,UK). The resulting flow rate
of approximately 0.2 mL/min was depending on the liquid level of the syringe. The
syringe was re-filled to the 5mL mark after 2 mL had passed through the needle to
control the rate. Under the needle a PluriStrainer Mini 20µL filter (43-10020-40,
Pluriselect, Germany) was placed in a 15 mL Falcon tube (Corning, USA) contain-
ing d.H2O. Cleanroom wipes (double-knit polyester wipes, 414004-518, VWR) were
placed alongside the filter in the falcon tube to form a bridge into neighbouring
empty 15 mL falcon tubes for the removal of d.H2O via capillary action. 5 mL of
d.H2O was added to the top of the syringe and 200 µL of the electroformation prod-
uct was added to the top of the filter. After 1 mL of d.H2O had passed through the
filter another 200µL of product was added to the top of the filter. This was repeated
until all sample has been added ensuring that the syringe was re-filled with d.H2O
keeping between 3 and 5 mL volume. After the last aliquot of sample was added
and 2 mL of d.H2O had passed through the syringe, using a pipette with a cut tip
the sample was removed. The liquid height in the tube controls the sample volume
remaining in the filter, if the capillary action was matched to the flow rate we recov-
ered about 120µm into another empty Eppendorf tube. For experiments where the
lipid was required to be kept above the phase transition temperature this process
was carried out on the hotplate and under a thermally insulated beaker with wet
paper towels placed directly on the hotplate to maintain humidity to ensure water
flow, as seen in Fig. 2.5.

2.2.2.1 Cleaning of imaging glass

Using cleanroom wipes soaked in acetone the glass surface was repeatedly wiped
until no marks remained on the glass. The wipes were exchanged either after 5
wipes or when they started leaving fibres. cleanliness was checked by holding up to
a lamp and repeated if necessary.

2.2.2.2 Preparation of slides

An imaging spacer 13 mm in diameter and 0.12 mm in thickness (GBL654006, Grace
Bio-labs SecureSeal, Bend) was added to a microscope slide (76mm × 26mm, 1mm
thick)(Menzel-Gläser, Germany) cleaned as described in Section 2.2.2.1. If the sam-
ple was imaged on Ettore, the slide was cut down to fit onto our smaller stage with a
diamond pen, the width of one slide was removed from the slide length. 20 µL of the
filtered sample was added to the centre of the spacer and the upper protective film
removed. A clean (24 × 24) mm2 coverslip (Menzel-Gläser, Germany) was placed
on top ensuring no air bubbles were trapped underneath, generating a volume of
21.2µL. The region of the coverslip exposed for imaging was cleaned using acetone
after sealing. An example of the final sample can be seen in Fig. 2.6.

2.2.2.3 Funnel for imaging

A funnel was designed to help imaging of GUVs. This consisted of a central round
chamber that the GUVs could be imaged in. Cone access for the transillumination
allowed the sample to be placed in the middle well and imaged from below via
reflectometry and epifluorescence and in transmission with DIC. 4 channels up the
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Figure 2.4: Filtration Sketch a) and picture b) of the filtration setup demonstrating the
geometry of the components for filtration.
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a b

Figure 2.5: Pictures of heated filtration setup a) shows the insulation taped onto a
5L beaker ontop of the hotplate covering the modified filtration set up shown
in b. The filtration set up was modified to allow it to fit under the beaker.

Figure 2.6: Sample slide ready for imaging An example of a slide made ready for
imaging with a slide, coverslip and gasket.
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sides allowed the addition and removal of solutions during imaging. The funnel
also had slots allowing a 5mm coverslip to be placed over opening which prevented
evaporation. They were 3D printed using files shown in Appendix A.3. Funnels
were printed using a BMF, S230 photon lithography printer using HTL Resin unless
otherwise specified. The funnels were glued to a 35mm dish with 14mm2 accessible
glass (P35G-1.5-14-C MatTek, USA) after being cleaned using ethanol. Araldite
"Standard" two component glue was added to the base of the funnel before being
pressed into the central coverslip region of the dish. The dish was then turned upside
down ontop of a pillar to support the funnel from below with a small weight on top
to maintain even pressure whilst the glue set overnight. About 5 µL of GV solution
was pipetted into the central well. A 5mm diameter circular coverslip (AGL4605-1
Agar Scientific) was added on the lower ridge and a 16mm diameter coverslip across
the top. Additional solution was added as specified down the channels.

2.2.3 Desiccator use

A vacuum was established by connecting a Vacuubrand MZ 2C vacuum pump
(Wertheim, Germany), with a minimum pressure of 7mbar, to a desiccator for 5min
as seen in Fig. 2.8. The pump nozzle was attached to the dessicator and switched on,
the valve was fully opened, identified by the loudest position representing maximum
air flow. The valve was then turned 90° to it’s fully closed position. After 5min the
pump was switched off and the nozzle removed. This was left for the specified time
and the desiccator was vented with air by turning the valve back 90° to it’s fully
open position to re-establish atmospheric pressure.

2.2.4 Spin coating

The spin coater used was the Laurell Spin Processor, Model WS-650MZ-23NPPB at-
tached to the Gast Vacuum Pump (0523-545Q-G588DX, electrical 5KH36KNA510X).
The pump generated a vacuum which stuck the coverslip to the block inside, once
the lid was shut the solution could be added through the hole ontop as shown in
Fig. 2.8. The spin settings are detailed in the individual protocols, and consist of
acceleration, constant speed and declaration periods. Nitrogen gas at 2 bar was used
to flush the chamber and release the vacuum.

2.2.5 hs-GUV sample preparation

2.2.5.1 ITO-coated coverslip electroformation

This preparation was undertaken on coverslips that had been treated with H2O2 to
increase hydrophilicity as described in Harlowet al.[183]

150 µL of 1mg/mL lipid solution was spin coated (6 s acceleration then 30s at
3000rpm, followed by a 6s deceleration) in a nitrogen environment, onto a hydrophilic
coverslip and incubated in a vacuum for 60 min after 5 min degassing, demonstrated
in Fig. 2.8. A chamber was made using an imaging spacer, a clean (24 × 24) mm2

coverslip and filled with d.H2O. The coverslip with the lipid bilayer was placed
ontop of the spacer to generate an enclosed chamber. The chamber was squeezed
between two Indium Tin Oxide (ITO) coated coverslips ensuring contact between
all coverslips. This was achieved using 3D printed support as discussed in Appendix
A.4 and depicted in Fig. 2.7. The chamber was connected to a function generator
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and oscilloscope. Hardware is detailed in Section 2.2.1.2. A sinusoidal 20 Hz and
2.5 V waveform was applied for 1 h.

2.2.5.2 PVA swelling

Long chain polyvinyl alcohol (PVA), average Mw 130 kDa (563900, Sigma) was pre-
pared as a 5% (w/w) solution by stirring PVA in water while heating on a hotplate
with a magnetic stirrer at 90℃. This was diluted to produce the 1.7% solution.

For drop casting 150 µm of PVA solution at specified concentration was pipetted
onto a H2O2 treated coverslips.[183] The pipette was used to spread the volume
across the whole area before leaving to dry on a hotplate for 30min at 50℃.

For spin coating 20 µL of 1.7% (w/w) PVA, unless otherwise specified, was spin
coated (10 s acceleration, 60 s at 2500 rpm, 1000 rm to standstill deceleration) under
nitrogen onto a hydrophilic coverslip. It was then dried at 50℃ for 30 min.

150 µL of a 1mg/mL lipid solution was spin coated (6 s acceleration, 30 s 3000 rpm,
6 s deceleration), under a flow of Nitrogen gas, on top of the PVA layer, shown in
Fig. 2.8. The lipid bilayer was vacuumed and pre-hydrated in the same way as dis-
cussed in Section 2.2.1.1. A chamber was made using an imaging gasket, slide and
d.H2O and left overnight to allow rehydration of the PVA layer, details on how water
was added is discussed in Section 3.2.2.3.

2.2.6 Droplet interface bilayers

2.2.6.1 Droplet interface bilayer sample preparation

The following method is taken from an internal first year PhD report written by
Hannah Baird.

A set of four glass coverslips were exposed to an oxygen plasma treatment inside
a reactor. Following this, one coverslip was secured to a vacuum platform within
a spin coater. Onto this coverslip, 120µL of a 7mg/mL low gelling temperature
agarose solution, previously melted and maintained at 80℃ was applied. The spin
coating process was carried out for 30 seconds.

Once coated, the coverslip was carefully positioned agarose side up in the desig-
nated notch at the base of a custom micro-milled acrylic device. The entire assem-
bly was then inverted and placed on a heat block set to 30℃. Meanwhile, 35mg of
agarose was dissolved in 1mL of a buffer containing 0.33M CaCl2 and 10mM 4-(2-
hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES) at pH 7.35. This solution
was also heated to 80℃. A 170 µL aliquot was then gently dispensed into the acrylic
device. To ensure quality, the agarose layer was examined under a stereo microscope
for any imperfections.

Subsequently, the wells within the device were filled with a lipid solution com-
posed of 8mg/mL 1,2-diphytanoyl-sn-glycero-3-phosphocholine (DPhPC) dissolved
in a mixture of 60% hexadecane and 40% silicone oil. Care was taken to elimi-
nate visible menisci. A droplet-phase solution was then prepared by mixing 10 µL
of 1.5M KCl with 10mM HEPES (pH 7.35), 4.4 µL of Chelex-treated water, and
0.6 µL of 10mM Ethylenediaminetetraacetic acid (EDTA). This mixture was used
to generate droplets in a trough containing the same lipid solution. Using a 1µL
pipette set to its minimum volume, tiny droplets were introduced into the trough
and left to incubate. Afterwards, individual droplets were transferred into the wells
of the prepared device.
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a

b

c

Figure 2.7: Pictures of the ITO mount Pictures depicting the stacking of the chamber
containing lipid solutions between ITO coverslips into the mount in a) and b)
with a close up of the wire connecting to the ITO coated coverslip (c)
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a b

Figure 2.8: Spin coater and desiccator use a) The application of a solution onto a
coverslip centered on the block of the spin coater. b) A vacuum pump attached
to the desiccator to allow degassing.

2.2.7 Focal bead sample preparation

1 µL of polystyrene focal bead solution was added to 1mL of 75% (v/v) glycerol
solutions for each 100 nm (00876-15) and 200 nm (07304-15) polybead microspheres
(Polysciences). Samples were sonicated in the bath sonicator (3510 MTH, Bransonic)
for 20min. Sample slides were produced as described in Section 2.2.2.2.

2.2.8 SUV preparation

A 4mL glass vial was cleaned with six washes of acetone. 250 µL of a 4mg/mL
POPC:POPE(1:1) solution was deposited in the vial using a hamilton syringe, equat-
ing to 1mg of lipid. Under directed nitrogen flow the lipid solution was dried whilst
the vial was tilted and rotated such that the lipid dried in a film along the walls of
the vial. The vial was placed under the vacuum for 30min as described in Section
2.2.3. The vial was filled with 2mL of d.H2O and placed in an ice bath. The son-
icator tip (Fisherbrand 12337338) was placed into the centre of the liquid volume
and sonicated at 30% maximum power until the solution turned clear. The solution
was split into 2mL Eppendorf tubes and centrifuged at maximum power for 10min.
The supernatant was extracted using a pipette and deposited in another cleaned
vial. The solution was diluted with d.H2O at a 10:1 ratio and stored at 4 - 6℃. SUV
solutions were diluted at a 100:1 ratio when incorporated into glycerol solutions at
both 50 or 90%. Sample slides were produced as described in Section 2.2.2.2.

2.3 Quantitative Differential Interference Contrast Mi-
croscopy
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2.3.1 qDIC optical setup

A full description of the qDIC set up can be found in papers written by Regan
and Hamilton.[184, 185] It used a Nikon Ti-U inverted microscope with a motorised
xy stage and objective focusing (Prior H117N2TE stage, H122 focus drive and a
Proscan III XYZ controller). Together these produced a 0.04µm microstep size
with 250 microsteps per step and 200 steps per rotation of a 2 mm ball screw with a
repeatability of 0.7 µm. Z focal position was controlled by the objective focus drive
with 2 nm microstep size and 100 µm per rotation. The Z height was controlled using
Micromanager software. Transillumination used a Nikon 100 W tungsten halogen
lamp (Nikon V2-A LL 10 W) as source. Schott BG40 and Nikon GIF filters were
used to select a wavelength of 550 nm with a full width at half maximum of 53 nm.
A rotatable linear polariser and quarter wave-plate (Senarmont compensator and
Nikon T-P2 DIC Polariser HTMEH51941, respectively) were used before a Nomarski
prism (Nikon N2 DIC module MEH52400). The angle between the polariser and
the wave-plate was defined as θ creating a phase shift of 2θ between the linear
polarisation components split by the prism. A dry close working distance condenser
(0.72NA, MEL56100) was used in conjunction with a 20x 0.75NA (MRD00205) dry
objective and 1.5x tube lens to focus light on the sample and collect and image light
after, respectively. A second Nomarski prism (DIC slider MBH76220) and a linear
polariser (Nikon Ti-A-E DIC analyser block MEN 51980) was placed between the
objective and the tube lens. Light was detected using a Hamamatsu Orca 285 CCD
camera producing images of 1344 x 1024 pixels.

2.3.2 qDIC data acquisition and processing workflow

qDIC images were acquired as batches of 256 with 0.1 s exposure. Polariser angles of
± 15 degrees were used sequentially generating a phase offset of ± 30 degrees. The
image batches were averaged across the maximum number of frames over which the
vesicle movement was acceptable. The images were cropped to 400 × 400 pixels
with the vesicle in the centre.

In the analysis a contrast image was generated by the combination of images
taken at a positive and negative phase angle using Equation 2.1. The phase, Φ, was
measured across the shear distance, s, according to Equation 2.2 to generate a phase
gradient.

IC = I+ − I−

I+ + I− (2.1)

∆r = φ

(
r + s

2

)
− φ

(
r − s

2

)
(2.2)

The equation of the image shown in Equation 2.3 was inverted to calculate the
gradient phase, δ(r), which in turn was Fourier transformed to gain the phase in the
Fourier domain, using the polariser angle, ψ and the gradient phase δ.

Ic(~r) = sin(ψ) sin(δ)
cos(ψ) cos(δ)− 1 (2.3)

This phase, φ(k), was extracted using Wiener deconvolution shown in Equation
2.6. In this equation ξ is the Fourier multiplier explaining how the gradient phase
is related to the phase in Fourier space and was defined using Equation 2.5.
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F (δ(~r)) = ξ(~k)F (φ(~r)) (2.4)

ξ = 2i sin
(
sk
2

)
and δ = ξφ (2.5)

Subsequently the phase in real space φ(r) was retrieved using an inverse Fourier
transform as shown in Equation 2.6. This phase was further analysed using the
integrated phase.

φ(~r) = F−1
(

F (δ(~r))
ξ(~k) + (κξ(~r))−1

)
(2.6)

This processing was implemented in an in-house developed software (qDIC). Un-
less otherwise specified, the parameters were as follows; a signal to noise parameter
of the wiener filter (κ) of 106, a background count of 192, a polariser angle, ψ, of 30◦,
shear vector magnitude, s, and direction were 238 nm and -45° respectively with a
550 nm wavelength. Dirt filters were applied manually to remove any debris close
to the vesicle. Data was analysed in a home written software, using the apodisation
method for integration, an example of this process can be seen in Appendix B.1.

The φ(r) images produced were used to plot phase profiles across the centre of
the vesicle at a 45◦ angle.

2.4 Temperature control during microscopy

Temperature control on the microscope was carried out using the slide heater. This
home-made technology was accurate to 0.1 ◦C and heated up the slide by a resistive
heater after the temperature had been set. Small wells on the both sides of the slide
were available to hold dry ice, which allowed it to reach temperatures below room
temperature, which also provided a CO2 gas flow preventing condensation on the
slide, this device can be seen in Fig. 2.9 where pictures were taken once mounted
on the Ettore microscope. This device was compatible with both microscopes and
used in conjunction with epifluorescence as described in Section 5.1 on Galileo and
with iGOR as discussed in Section 6.10 on Ettore. To record the rate of change
of temperature the data was taken as a time series and the frame was recorded
manually in conjunction with the temperature from the slide heater.

2.5 Calibration of numerical aperture

Numerical apertures were calibrated for the 0.72 dry condenser using objectives of
various NA (0.3, 0.45, 0.5, 0.75) and observing the filling of their back focal plane in
transmission using a Bertrand lens and marking the position on the slider. Köhler
illumination was set by adjusting the condenser to the correct height and lateral
position to focus and center the field aperture image. The aperture diaphragm of
the condenser was then adjusted to match the objective back focal plane size and the
condenser aperture diaphragm lever position was marked on a paper attached close
to the lever. The distances from closed were measured and graphed and interpolated
to create a calibrated ruler that was attached to the condenser. The oil condenser
had already been calibrated using the same protocol.
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a b

Figure 2.9: Slide heater a) Slide heater connected to the control unit. b) Attached to
the miscroscope stage ontop of the sample slide.

2.6 Protein insertion

2.6.1 GV sample preparation

GVs were produced using the protocol described in Section 2.2.1 with a lipid com-
position of POPC:POPE:ATTO-DOPE (50:49.99:0.01, w/w), with the ATTO being
either ATTO 425 or ATTO 488 as detailed later. 50.2 mM Sucrose, 5× 10−8 mM
5(6)-Carboxyfuorescein (Sigma–Aldrich, USA) was used as the internal solution.
Filtration was carried out using 50 mM Tris-HCl pH8.0 buffer.

2.6.1.1 Enclosed samples

Approximately 20µL of GV sample was pipetted into the well of an imaging spacer
on a slide and sealed with an 22 mm coverslip both cleaned as described in Section
2.2.2.1. Purified App6Aa1 protein solution was provided by Lainey Wilson and
added to the well, typically in the order of 5 µL before sealing to generate the final
concentration as specified.

2.6.1.2 Open samples

An 8 well (9mm diameter and 0.12mm thickness) secure seal imaging spacer (GBL65-
-4008, Grace Bio-Labs) was cut in half to provide a 2 × 2 well section. This was
stuck to the inner circle of a plastic dish of diameter 35mm. One 40 µL droplet of GV
solution was added to each well before imaging, as seen in Fig. 2.10. During imaging
App6Aa1 protein solution was added by pipetting a droplet adjacent to the existing
GV droplet allowing them to combine, to produce final protein concentrations as
specified.

2.7 Epifluorescence imaging
Epifluorescence images were taken using the same microscope, referred to as Galileo,
in Section 2.3. A metal halide light source (Prior Lumen 200) used at 100% power
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Figure 2.10: Open samples for protein insertion An image to show the set up of the
open samples with droplets applied ready for imaging in a plastic dish with
a 35mm diameter

with an exposure time of 0.12 s unless otherwise stated. A CLWD condenser (0.72
NA)(Ti-C-LWD Condenser Lens Unit in Ti-C Manual System Condenser Turret,
Nikon), 10× objective (0.3 NA)(CFI Plan Flour, MRH00101, Nikon) and 1.5× tube
lens were used.

Epifluorescence images were taken with Semrock GFP-A-Basic-NTW filter for
5(6)–Carboxyfluorescein and ATTO488 This filter had an excitation wavelength of
469/35 and a detection of 525/39. A Semrock Custom Blue filter was used for
ATTO425, This filter had an excitation of 370/36, an emission of 447/60 and a
Diochroic of 409. Filter spectra are shown in Fig. 2.11.

2.7.1 GV imaging during electroformation

The 3D printed wire clip, shown in Appendix A.2, was stuck to the base of a plastic
dish using blu tack and the wires placed into the clip so they were lying flat just
above the surface. Solution was added and the dish placed in the sample holder on
the microscope.

2.7.2 GV imaging through protein addition

GVs in a well were imaged with both the GFP-Basic-NTW and Custom blue filters
in quick succession. The App6Aa1 protein solution was added in a droplet adjacent
but touching the GV droplet allowing it to form one larger droplet. The same
imaging protocol was undertaken of all vesicles remaining in solution.
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Figure 2.11: Epifluorescence filter specifications Exciter, emitter and chochroic trans-
missions are shown. (a) GFP-A-Basic-NTW, with the exciter, emitter and
Diochroic shown in blue, red and green, respectively. (b) Custom blue filter
which shows the Diochroic in red and the Excitation and Emission in blue
and green, respectively. Spectra taken from manufacturers (Semrock, US).
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2.8 Droplet interface bilayer sample imaging

DIB samples were imaged using qDIC, as described in Section 2.3 using the CLWD
condenser with a 0.72 NA, 20× 0.75 objective and a 1.5× tube lens. Image batches
of 256 with a 0.12 s exposure time were acquired for a single z plane. For z stacks,
images were taken as a single snapshot of 0.12 s exposure in 1µm steps.

2.9 Interferometric gated off-axis reflectometry

2.9.1 Optical setup

This set up is shown in detail in Appendix B.2 detailing components. A simplified
diagram is shown in Fig. 2.12.

The light source used in this set up was a femtosecond laser consisting of a
Ti:Sapphire oscillator (Spectra Physics MaiTai HP) pumping an optical parametric
oscillator (Inspire HF 100). We used the signal beam of the OPO at 550 nm. It had
a pulse duration of about 100 fs, having a coherence length of 30 µm in air. The hor-
izontally polarised beam was coupled by a fibre-coupler FC1 (Thorlabs CFC-8X-A,
f=7.5 mm) into a single mode polarisation maintaining fibre (Thorlabs P1-488PM-
FC-2) of 2m length, with a polarisation axis aligned with the input polarisation.
At the fibre output, with horizontal output polarisation, was collimated by a sec-
ond CFC-8X-A. Any residual cross-polarisation was cleaned and passed through a
Glan-Thompson Calcite Polariser (Thorlabs GTH5M) providing a horizontal lin-
ear polarisation with less than 10−6 vertical polarisation residual intensity. After
this a beam sampler BS1 (Thorlabs BSF10-A1), a fused silica plate with 30 ar-
cminute wedge, separated the reflections of the two sides and one side anti-reflection
coated. This provided 1% reflection for horizontal (p) polarisation, which was used
as the reference beam. The reference beam travelled through a delay stage (Linear
stage Physik Intrumente M-403.82S, retroreflector BK7 Right-Angle Prism (Thor-
labs PS915H-A)) to control the temporal overlap with the signal on the sample.
It then passed through glass blocks SF2 of length adjustable in 3mm steps used
to match the chirp of the signal and reference beams at the camera to maximise
their interference. The reference beam intensity was adjusted using a rotatable half-
wave plate (CASIX WPA465-610) and a Glan-Thompson Calcite Polariser (Thor-
labs GTH5M). The reference beam was then passed through a rectangular aperture
(0.625mm height and 0.879mm width, cut from anodised aluminium foil) to define
the reference beam area on the camera. The aperture plane was collimated by the
lens L2 (achromat f=50mm, Edmund Optics #49-328), and coupled by a mirror
(Thorlabs MRA15-P01) towards the camera at a far-field plane of the sample, offset
from the centre to provide the off-axis holography. The beam transmitted by BS1
was guided via mirrors through a beam expander BE1, which controlled the size of
the beam at the sample plane via a 2:1 beam size reduction (achromats f=50mm and
-25mm, Thorlabs ACN127-025-A, AC127-050-A). Coupling into the microscope oc-
curred via a mirror 90 degrees up into an 3:4 beam expander (f=-75 mm, f=100 mm
acromatic lenses Edmund Optics #45-422 and 49-360), and a mirror deflecting the
beam back into the horizontal direction into the Ti-U back port and is transmitted
through a field aperture. Once collimated by a f=160 mm achromat (Edmund 67-
334) it was reflected towards the microscope objective by a 20:80 R:T beamsplitter
(Chroma 29008) held in a Nikon Ti-U filter cube. A 60× 1.27 NA water immersion
objective (Nikon, MRD70650) focussed the light into the sample which provided a
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high lateral spatial resolution. Notably, the beam was adjusted by the 3:4 expander
to have a focus in the back focal plane, to result in a collimated beam in the sample
volume of 10 µm beam diameter. The reflected light passed through the beamsplitter
and a 1.5× tube lens of the Ti-U, was deflected out of the right port by a port prism
and the by mirror FM1 onto a near field aperture A2, which matched the reference
beam aperture 0.9125mm height, 1.76mm width). Lens Spec L1 (f=100 mm, Ed-
mund Optics 49-360) then collimated the aperture as well as imaging the objective
far field plane to aperture A3 (adjustable iris, Thorlabs SM1D12C) which defined
the detected size of the objective far field. A Wollaston prism (0.75 degree split,
Quartz, Altechna, Custom made) split the horizontally and vertical polarisations
of the combined reference and signal beam vertically. All mirrors were protected
silver, lambda/10 surface figure, >95% reflection. After deflection by FM2, the
light was focussed onto the imaging camera by lens L1 (Edmund Optics 49-360
achromat f=400 mm) where the areas of horizontal and vertical polarisation were
separated vertically by 5.24mm. The camera was a Basler acA1920-155um with a
Sony IMX174 sensor, 1920 x 1200 pixels, of 5.86µm size, 11.25mm x 7.03mm, 32
ke full well capacity, 70% QE at 550 nm, 7 e read noise USB3, Global shutter. The
camera was mounted with the longer side vertically, accommodating two regions of
about 7mm horizontal by 5 mm vertical for the two polarisations, corresponding to
the imaged apertures A1 and A2 of reference and signal. The magnification on the
Camera was 4 times the one of the microscope in its intermediate image plane.

2.9.2 Acquisition

This section details the iGOR acquisition pipeline. The data acquisition was con-
trolled by a program written in Matlab called iGOR-C, developed in the group (Tual
Monfort(2019-2020) and David Regan(2020-2024) guided by Wolfgang Langbein).

The field as was incident on the camera was a complex image represented by, E,
as the data was processed the notation changed as detailed in Equation 2.7.

E = E(x, y), Ê = F(E(x,y)) = E(kx, ky) (2.7)

This equation demonstrates the fast Fourier transform of the complex signal
from the spatial domain into the Fourier domain also known as k space,(kx, ky).

The intensity on the camera can also be described by the Equation 2.9 which
provided the basis for the subsequent explanation, where kr was the in plane vector
of the reference describing k space as a frequency in spatial domain incorporating
the refractive index, Equation 2.8, and krsinθ was the reference wavevector in the
camera plane, with θ being the angle between the signal and reference beams at the
camera plane.

kr = 2πn
λ

(2.8)

IR + IS + ERE∗
Se

ikrsinθ + E∗
RESe−ikrsinθ (2.9)

In the following discussion IA denotes the acquired image and IAC the calibrated
image at that point in the protocol. Fig. 2.12 shows a simplified iGOR diagram
highlighting key areas of the set up that allow the extraction of data.
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2.9.2.1 Calibration images

The camera used in this set up was a CMOS camera that recorded the intensity
incident on the camera over a given exposure time, typically in the millisecond range.
It was a global shutter ensuring that the exposure period was equal for all positions,
and allowing to read the camera while exposing another frame. The individual
camera pixels could have had a varying sensitivity, which was corrected for in a flat
field sensitivity correction. This calibration image (IFF) was measured and averaged
over 30 s using a homogeneous incoherent illumination prior to my involvement, and
then loaded in for each subsequent imaging session. Equation 2.10 demonstrates
how this flat field calibration was applied to an image (IA) via multiplication after
subtraction of a dark field IDF, an image taken with both shutters closed.

IAC = IFF(IA − IDF) (2.10)

The ultimate aim of iGOR was to be able to measure the reflected sample am-
plitude (ES) and phase (φS). This was done in two steps: isolating one of the
interference terms and the removal of amplitude and phase contributions from the
reference term.

To allow the isolation of the interference term first the zero order signal and
reference beam were removed. The interference was in principle separated in k-
space, but it was still better to subtract these first to reduce artefacts in the Fourier
transform. This could be done via straight subtraction, these images were taken
in a flat region of the sample with no additional structure at the interface. The
reference (IR) and signal (ISF) reflections were measured separately by blocking the
unwanted beams using shutters these were taken in both polarisations alongside an
interferogram (IRSF). After subtraction of (IR) and (ISF) from the interferogram
and division of the signal field (

√
ISF) as shown in Equation 2.11 the resulting field

was as represented by Equation 2.12.

IRSF − ISF − IR√
ISF

(2.11)

|ER|e−i(φR+krr sin θ)eiφSF + |ER|ei(φR+krr sin θ)e−iφSF (2.12)

2.9.2.2 Extraction of the first order interference term

The region of interest was selected in a user interface to extract the central portion
of the raw display in both polarisations to ensure the centre of the signal beam was
being imaged. Due to iGOR’s off-axis configuration there was a separation observed
in the Fourier domain, otherwise known as k space, this was due to a differing angle
of incidence on the camera from the reference and signal beam, θ. This, in turn
produced a shift in k space from which we could extract the first order interference
term. We defined the region containing the first order term we extracted as ÊFO
from the Fourier transform of the field shown in Equation 2.12.

In the user interface, a binary mask (M) was applied in k space which was one
inside a user selectable ellipse and zeros outside. The user set the radius in k-space
of the first order term. In theory the NA of the objective should’ve been equal to
the radius of the first order term, in practice this was not observed and therefore the
user had to select this range to ensure the first order term was correctly extracted as
the edges could be clearly seen when imaging a region with high spatial frequencies.
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This mask was used to select first order interference in the other images and shift
the centre of this space to zero.

A Fourier image was formed via pointwise multiplication according to Equation
2.13 to isolate the complex field in the first order and was used in future calculations.
This was also the image that the mask was applied to as shown in Equation 2.13,
producing the first order term in real space. This section of k space was cut out,
centred at zero wavevector, and then padded to the next highest power of 2 resulting
in the correction field (EC). This acted as the final correction term for the first
order term of any measurement data (EFOM) extracted using the same procedure as
the calibration field, by dividing through to cancel out the reference left all phases
relative to the flat signal field as shown in Equation 2.14.

EC = F−1{MÊFO} = ERe−iφSF (2.13)

|ES|ei(φSF−φS) = EFOM
EC

(2.14)

2.9.2.3 Further corrections prior to saving

The amplitude (ES) retrieved from Equation 2.14 was unscaled. To calibrate the
reflected field into field reflectivity units it was calibrated to a known reflectance
such as that of a glass/water interface. This glass/water interface calibration image
was taken prior to sample imaging. It was used if the sample did not provide a
well-defined flat interface which could be used to calibrate.

The power reflectivity, PR, for p polarisation was calculated using Equation 2.15
and Equation 2.16 with NA set to 0.3, in the p polarisation, given by the chosen
incident angle (in units of NA) and polarisation of the excitation beam at the sample.
The angles of reflection and transmission at the interface (θR and θT) were given
by the Equation 2.15 using the refractive indices of glass (ng) and water (nw) (or
medium present).

θR = arcsin
(NA
nw

)
, θT = arcsin

(
nwsin(θR)

ng

)
(2.15)

PR =
∣∣∣∣∣ngcosθR − nWcosθT
ngcosθR + nWcosθT

∣∣∣∣∣
2

(2.16)

This was applied to any further acquisitions according to Equation 2.17, where
IGW was the measured intensity image of the glass interface and RGW was the
intensity reflectivity calculated from equation 2.16.

IAC = RGW|ES|2

IGW
(2.17)

Power fluctuations of the Ti:Sa laser were corrected to the average signal detected
on the camera. This was applied when measuring weak signals such as lipid bilayers
and nanoparticles as we could assume the reference intensity was dominating and
the fluctuations of the signal intensity due to sample changes could be neglected.
The mean intensity of each frame was normalised relative to the 1st frame measured.
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2.9.2.4 Phase unwrapping

An algorithm detailed in literature was applied to the data to remove phase jumps
while the data was acquired.[187]

2.9.3 GV sample imaging

Suitable vesicles were located and imaged using DIC. GVs with a minimum diameter
of 30µm were selected. Therefore the sample was observed at 18 µm above the inner
surface of the glass cover slip and explored laterally. Once a vesicle of sufficient size
had been found it was imaged through it’s axial positions using DIC to ensure that
there were no internal structures. The measured diameter (D) was used to calculate
the nominal top of the vesicle assuming the bottom was attached to the coverslip.
This was checked by selecting vesicles which did not drift laterally, indicating their
attachment. The focus was adjusted to the nominal top and observed in iGOR to
ascertain the focal plane of the top surface. A convergence point could be seen under
the top surface due to the focal point of the spherical top surface which occurs at a
height of 3/4 of the diameter, the top surface was then adjusted by moving the focus
upwards by D/4. Once at the this height finer focus was achieved by looking at the
fluctuations in the amplitude and minimising these. An offset was taken laterally
shifted by some 50µm in the same imaging plane to act as an additional reference.
A typical data acquisition then used multiple focus positions to enable post-selection
of the best focus plane, minimising the refocus distance required (see later). Vesicles
were imaged as a time series containing batches of 1000 frames at a rate of 327Hz
with an exposure time of 3ms. 1 batch was taken for each height imaged. Once
the optimum focal height was chosen a time series of an extended length was taken,
the exact time was dependent on the GPU function as at some point it no longer
processed the data in real time and failed.

The camera was read in 8-bit mode for fastest read speed, lowest gain was used,
for which a digit corresponded to about 120 electrons. To have a shot noise equal
to this value, providing shot-noise limited detection, a reference intensity of approx-
imately 120 counts was chosen by adjusting the half-wave plate (iG HWP)(Casix
achromatic waveplate WPA465-610). The excitation intensity at the sample was
chosen as high as possible within the available laser power, while not saturating the
camera by the interference (allowing for a maximum signal intensity of about 20%
of the reference). For single bilayers, the maximum available power was typically
used provided total counts did not exceed 255, providing typically a few 10mW.

New surface reference images were taken in between vesicles.

2.9.4 Analysis pipeline

After the acquisition the data then showed the phase and amplitude in both the co-
and cross- polarisation.

Linear approximation of a simple interface was used to determine the relationship
between the measured reflectance (r) and thickness of a bilayer (d). Fig. 2.13 shows
the relationship calculated according to Equation 2.20, where nB is the refractive
index of the bilayer. Linear approximation could be used in this case as the thickness
was much smaller than the wavelength of light meaning that we could make certain
approximations. Firstly, as the interference effects from different interfaces within
the membrane were minimal and any phase shift from top and bottom was negligible
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∆𝑟 = 1.5𝑒−3 ∙ ∆𝑑

Figure 2.13: Linear approximation of bilayer reflectance Linear approximation of
a lipid bilayer of the reflectivity of a lipid bilayer as function of thickness
assuming a refractive index of 1.436 calculated using Equation 2.20

and therefore the overall reflection could be approximated with a simple model. We
could also assume that despite the angle of incidence of the light onto the membrane
it was small enough that the system could be said to have normal incidence as
effects such as brewster angle and critical angle effects and the fresnel equations
were simplified.[188]

Once loaded into the iGOR post analysis sofware (V_011) written by David
Regan, a scaling option was used to convert the change of phase (∆ϕ) into a change of
height (∆z) using Equation 2.18, where nM was the refractive index of the medium,
and amplitude (A) into thickness (d) using Equation 2.19, a scaling factor (αd) was
determined using linear approximation, which for a lipid bilayer is 1.5× 10−3. Any
refocussing, cropping and phase unwrapping was also completed in this software.

To refocus data a propagation term was calculated and used to multiply data
in the Fourier domain. Phase data was fitted to identify 2π jumps and these were
iteratively removed. Processed images and videos were exported from this software.

αH = λ∆ϕ
4πnM

(2.18)

αd = 1.5× 10−3/nm (2.19)

αd ≈
∣∣∣∣nM − nBnM + nB

∣∣∣∣ k where k = 2πnB
λ

, if d� λ (2.20)

A separate analysis code was written by myself to further process images and
extract numerical values as described below. Processed images from this analysis
were run back through the iGOR post analysis software (V_011).

2.9.4.1 Amplitude

Both a temporal, 〈A〉t, and spatial, 〈A〉r, median of the amplitude were used in
accordance with Equation 2.21.

〈∆A〉 = A

〈A〉t
〈A〉r (2.21)
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The time average normalised the time averaged thickness spatially which allowed
the removal of any static artefacts, as we assumed that the thickness fluctuations
were shorter range than the imaged size. The spatial average returned the value to
the absolute reflectance of the membrane. Together these allowed the isolation of
short- ranges spatial and temporal fluctuations. Image matrices were scaled using
Equation 2.19.

To correct the amplitude we first made assumptions based on known characteris-
tics of bilayers and spherical geometries. Primarily, we assumed that when averaged
over the measurement time the membrane thickness is spatially homogeneous on
average and we could therefore use the temporal average median 〈A〉t to remove any
static or long range artefacts within the region of interest. Secondarily, we assumed
that the spatial average of the bilayer thickness was constant over time and therefore
we should divide through by temporal average for each frame. Thirdly, we assumed
spatial homogeneity of the bilayer in the region of interest, assuming a minimum
vesicle diameter of 30 µm the expected bending within a 10µm region at the top
centre was less than 1µm, these factors combined allowed us to treat the region
of interest as homogenous and therefore calculate a spatial average 〈A〉r using the
median value in space and time to renormalise the amplitude.

2.9.4.2 Phase

Further fitting was completed using 2D 2nd polynomial fitting for each frame. Within
each frame if any given point was more than π from the fit it was corrected by
2π and the frame re-fit and corrected iteratively until no more corrections were
required. Once the phase had been corrected the final fit for each frame was used
to normalise the data and remove the overall curvature of the vesicle to better show
the fluctuations of phase. Image matrices were scaled using Equation 2.18. This is
further discussed in Section 6.4.3.
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Suspended bilayer generation

This chapter presents the protocols we developed to generate suspended bilayers
for use with iGOR measurements. Due to the capability of the iGOR technique to
observe fluctuations in thickness and position in suspension, we aimed to produce
a stable suspended bilayer. Importantly, the bilayer needed to be separated from
any other interfaces present in the sample by at least the coherence gate length of
iGOR, approximately 30µm, so as to suppress unwanted background signals that
would compromise the quantitative interpretation of the data.

Several membrane systems were considered in the development process, each of-
fering different strengths and limitations. Supported lipid bilayers (SLBs) are easy
to prepare and well suited for high resolution imaging, but their close contact with
a solid substrate can dampen membrane fluctuations and would be too close to the
glass surface for iGOR.[189, 190] Planar bilayers formed over apertures (e.g., black
lipid membranes) allow for suspended configurations but are mechanically fragile
and poorly suited for long term measurements.[191, 192] Droplet interface bilayers
(DIBs) offer excellent control over bilayer size and composition, including asymmet-
ric leaflet formation, and they are compatible with electrophysiological and optical
techniques.[193, 194] However, standard DIBs are often supported by agarose or
formed at the oil-water interface, both of which can interfere with sensitive optical
measurements like iGOR due to signal damping or refractive mismatch.[195] Giant
unilamellar vesicles (GUVs) are widely used as their free standing bilayer struc-
ture avoids substrate interactions, preserving natural membrane fluctuations and
mechanical behaviour, ideal for techniques like iGOR.[196, 197] They offer precise
control over lipid composition, enabling studies of phase separation, membrane het-
erogeneity, and lipid-protein interactions. GUVs are also compatible with protein
reconstitution and allow solute encapsulation, making them suitable for mimicking
cellular environments and processes like membrane deformation, fusion, and tension
regulation.[16, 197, 198, 199] For our uses they provide a simple model that can be
made more complex as imaging with iGOR is optimised.

We focused on developing two main systems: GUVs and a modified DIB system,
with our aim being to generate a stable suspended bilayer that we could use for
iGOR measurements.

A protocol to generate GUVs was developed, building on an existing method used
in our lab by Craig McPhee [107]. The original protocol, however, was intended for
applications less sensitive to vesicle size and stability, and it did not yield vesicles
suitable for our specific needs. GUVs, as spherical and fully enclosed lipid bilayers,
are sensitive to changes in internal pressure. This affects membrane tension and can

– 38 –



Chapter 3. Suspended bilayer generation

lead to structural instabilities, particularly during liquid to gel phase transitions.
When attempting to produce larger GUVs, we encountered instability caused by
internal pressure loss.[200, 201, 202] To mitigate this, we also developed protocols to
form half spherical GUVs (hs-GUVs), which are formed and measured on the same
substrate. These offer improved stability and positional control compared to free
floating GUVs.[203]

In parallel, we adapted a DIB system. DIBs are formed by bringing two lipid
coated aqueous droplets into contact in an oil medium, such that a bilayer spon-
taneously forms at the interface.[195] This method allows precise control over lipid
composition in each leaflet, supports electrophysiological measurements, and pro-
duces flat, planar bilayers, features that are ideal for iGOR imaging.[193, 194] In
our implementation, we modified the DIB platform to ensure that the bilayer was
fully suspended in aqueous buffer rather than being supported by low percentage
agarose. This adjustment aimed to reduce fluctuation damping and eliminate opti-
cal artefacts introduced by the agarose layer. The DIB system is being developed
in collaboration with Emma Bopp’s MPhil thesis project.

Together, these methods were designed to create bilayer systems compatible with
the high spatial and temporal sensitivity of iGOR, enabling reliable quantification
of membrane dynamics under controlled experimental conditions.

3.1 GUV electroformation

The generation uses deposition and drying of lipids onto tantalum wires to generate
a lipid film, prehydration in a humid nitrogen environment to organise the lipids
into well-formed bilayers, washing off excess lipid, electroformation to produce vesi-
cles and filtration of the GUVs to remove lipid debris as illustrated in Fig. 3.1. A
detailed description of the protocol is given in Section 2.2.1. The main challenge was
reproducibility of sample yields and quantity of debris in or attached to GVs being
observed after using the same nominal procedure. Protocol changes were introduced
to control parameters and conditions to limit this, including the 3D printed supports
to control the distance between the wires and in turn the capacitive effect of the
electric field.[204] The support is described in Section 2.2.1.1. This alongside further
development of the protocol is discussed in this section. We note that in literature
the best parameters for electroformation are widely disputed likely due to the dif-
fering specifications for the wide range of applications these model membranes have
alongside loosely controlled conditions.[205, 206, 207, 208, 209]

3.1.1 Generating a lipid film

To generate a lipid film on the tantalum wires a glass syringe was used to spread
4mg/mL lipid solution over the lower centimetre of each wire while the wires were
held horizontally in the wire support as described in Section 2.2.1.1. Glass syringes
were used as they are resistant to the chloroform that some lipids are stored in and
provided a better controlled expulsion than pipettes. This was done under a gentle
flow of nitrogen to assist drying and to prevent lipid oxidation in line with manufac-
turers guidance. To ensure that all the solvent had evaporated the wires were placed
in a vacuum for an hour immediately after application of the lipid, as it is known
that any remaining solvent, here isopropanol, interferes with the electroformation
process.[196] The resulting film quality was evaluated by imaging the wire during
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Slow flow of d.H2O
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Figure 3.1: GUV development images A schematic showing the preparation protocol
with epifluorescence images of highlighted steps. a) Deposition of lipid onto
wires and an image of the lipid on the wire. b) Pre-hydration step which
facilitates the self-organisation of lipids into bilayers. c) The loss of lipid debris
off wires during the first and second washes. d) Domes produced on the wires
from the bilayers alongside the electroformation set up. e) A schematic of the
filtration used. f) Examples from a resulting sample containing clean vesicles.
All scale bars represent 50 µm.
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Figure 3.2: Volume of lipid applied to electrodes Epifluorescence images showing the
results of electroformation alongside their starting bilayer confirmation. a) the
initial bilayer when 5 µL lipid was applied and the clean vesicles it produced
in b). In contrast c) shows the thick lipid layer produced with 20 µL and its
resulting messy conformations and elongated tubes in d)

electroformation, using fluorescence of labelled lipids (see method Section 2.7) we
could compare the appearance of the lipid bilayer and its performance in electrofor-
mation of vesicles. The influence of the lipid volume applied to the wires is shown
in Fig. 3.2 which shows the epifluorescence images acquired. This characterisation
shows the lipid bilayer on the surface of the wires prior to electroformation and the
resulting vesicles on the wire. Also shown is how these results change with a differing
initial amount of lipid, with a higher volume of initial lipid 10 µL per wire shown
in Fig. 3.2c and d, the overlap of vesicles can be seen which results in multilamellar
and vesicle in vesicle conformations. Elongated hs-GUVs were prone to pinch off to
form smaller vesicles, however, these vesicles often never fully pinched off so formed
a beads on string conformation creating a mesh, leading to aggregates. For a re-
duced volume of lipid of 5µL per wire the domes formed more cleanly, improving
the sample clarity, by reducing non-GUV lipid structure as seen in Fig. 3.2a and b.
From these results it was concluded that an increased thickness of lipid layer was
causing fewer clean hs-GUVs on the wire and therefore a volume of 5µL of lipid
solution per wire was chosen which as also shown in this panel generated a thinner
lipid bilayer and clean vesicles on the wires.

Lipid structures were also found to form immediately after immersing the wires
into water. Previously when creating lipid bilayers on surfaces, a similar effect was
found to be reduced by incubation of the lipid from its dried out state, in 100%
humidity, to form bilayers.[155] We therefore introduced such an incubation step
as it was hypothesised the messy lipid structures observed forming were due to the
lipid molecules being in an unorganised state. Lipids in an unorganised state will
aim to eliminate water by forming structures such as tubes of varying diameter and
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Figure 3.3: The addition of pre-hydration Epifluorescence images showing the results
of electroformation alongside their starting bilayer confirmation. a) The ini-
tial bilayer when no pre-hydration was carried out producing no GUV confor-
mations as demonstrated in b). In contrast c) shows the clearer lipid layer
produced with pre-hydration and its resulting spherical vesicles observed on
the surface d)

small vesicular aggregates.[210, 211] To drive this self-organisation into a series of
bilayers on the wires, the hydrophobic effect was utilised by exposing the wires to a
humid environment causing the tails to orient together away from the water vapour
leading to bilayer formation on the wires. A description of this step can be found
in Section 2.2.1.1. To prevent perioxidation of the phospholipids nitrogen was also
added to the environment. The duration of the pre-hydration was varied and the
results shown in Fig. 3.3 a where the clear disorganisation of lipid on the surface can
be seen alongside the resulting lipid structures not resembling vesicles in Fig. 3.3
b. Pre-hydration steps of 1,2 and 24 h were used. It was found that the increasing
the time above 1 h did not improve the effect. Considering the drawbacks of longer
incubation on preparation time and risk of lipid perioxidation 1 h was chosen going
forward.

Wash steps were introduced prior to electroformation to remove any lipid struc-
tures spontaneously leaving the wires upon immersion. The wires were immersed
into d.H2O and left for 10min, as described in Section 2.2.1.1. This was trialled as
it could be seen in Fig. 3.4 a, that even in the absence of a current when wires are
immersed in d.H2O lipid debris was directly observed being removed into solution.
However, when these wires were subsequently placed into the electroformation solu-
tion lipid debris could still be seen diffusing into solution. It was therefore decided
that a further wash would be introduced using the same method as before which
proved sufficient in preventing spontaneous loss of lipid debris from the bilayers upon
submersion in the electroformation solution.
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Figure 3.4: Wash steps prior to electroformation Epifluorescence images showing the
results of wash steps. a) the surrounding solution after wires submerged during
the first wash step with no current applied showing the lipid debris present.
b) The lipid bilayer once submerged in the second wash from which debris
could still be observed leaving the wires and the surrounding solution again
contained debris as seen in c). d) Shows the bilayer after a second wash from
which no lipid debris was observed leaving the surface
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3.1.2 Electroformation

For electroformation, as described in Section 2.2.1.2, the wires were immersed in a
0.2mM sucrose solution and a voltage was applied to the tantalum wires. Expo-
sure of the lipid bilayers on the wire surface to this time dependent electric field
generated electrostatic forces within the lipid film destabilising the bilayer spatial
distribution which allowed the structure to reshape, removing frozen-in structures
of high curvature which are energetically unfavourable. It also provided sufficient
energy to allow separation of flat bilayers in close proximity and lateral motion to
form larger blisters which, over time, transformed into increasingly complete spher-
ical vesicles. This made it easier for them to separate and detach from the wires.
Subsequent to the separation of the bilayers they tended to form an enclosed vesicle
however the mechanism for this is disputed. The prevailing theories include the field
exerting a force on the lipid bilayers forcing them to separate or the water being
forced in between the bilayers.[212, 213] Electrostatic interactions could also cause
the fusion of smaller vesicles and incorporation of other lipids to ensure vesicles of
sufficient size.[214] As the bilayers begin to separate to form vesicles, the medium
surrounding the wires fills the space now created between the bilayers causing the
electroformation solution to therefore become the interior solution of the vesicles
once they are formed.

As discussed in the literature both the frequency and waveform type control
speed and clarity of GUV production.[205, 206, 215] In terms of frequency as we
were aiming for defect-free vesicles we are not using high frequencies (>100 Hz) as
although they produce uniform vesicles they tend to be on the smaller side with more
defects.[205] A decreased frequency increased the time to produce lipid structures
however they were more likely to be defect-free and of sufficient size as they provided
the same force for a longer time, allowing for larger movements of the bilayer. Si-
nusoidal waveforms consist of a gradual change from positive to negative peaks and
therefore cause minimal abrupt forces on the membrane producing more uniform
and defect free vesicles. A square waveform on the other hand is a sharp transition
between a positive and a negative set value. This promotes faster vesicle formation
with a higher probability of multilamellarity and internal structures.[215, 216] From
the literature and previous experiments within the lab group, our starting point was
a procedure with a first step applying a sinusoidal waveform at 10Hz, 2.5V peak-
peak to grow clean hs-GUVs on the wires for 120min and a step using a square
waveform lasting 60min with a decreasing frequency to encourage full GUV forma-
tion and vesicle release. We also used lower frequency square oscillations for the
expulsion of vesicles into solution. The balance between these parameters for maxi-
mal vesicle yield and highest average diameter is widely disputed with references to
many combinations cited in the literature.[205, 207]

During the optimisation, the addition of extra steps increased the duration of the
procedure, over which the lipid structures could destabilise. Keeping the protocol
short was crucial as induction of internal structures upon destabilisation associated
with increased time would cause interference. Therefore, any steps had to be made
as short as possible as shear stress during GUV formation caused defects which
limited the maximum voltage which could be used.
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3.1.2.1 Sinusoidal waveform to grow large bilayer domes

As a first step, medium frequency (20Hz) sinusoidal oscillations were used for grow-
ing vesicles on the wire surface by flattening bilayers and separating them in some
places to form domes, pulling the bilayers laterally and peeling the bilayers away
from one another. In the original protocol this step was a 2 h, 10Hz, 2.5V yielding
domes in excess of 30 µm size. Longer production times were detrimental as pre-
viously mentioned and thus we reduced the time to 1 h and doubled the frequency
to 20Hz. This ensured that the same number of waves pass across the bilayer and
produced comparable results as demonstrated in Fig. 3.5.

The resulting domes on the wires after this step had radii in excess of 30 µm and
therefore this growing step was deemed suitable for our purposes, see Fig. 3.5a-c.

3.1.2.2 Square waveform

The square waveform step had a dual purpose: to shape the hs-GUVs into GUVs on
the surface of the wires and then detach them from the wires. This section of the
protocol consisted of a 2.5V waveform at 5Hz for 30min followed by 2Hz for 15 min
and 1Hz for 15min. When observing electroformation we could see that this regime
was successful in generating full GUVs on the wire surface as shown in Fig. 3.5d-f.

Three steps of decreasing frequency were used to create large GUVs. A lower
frequency was used to allow the bilayers more time to respond to the altered volt-
age, thereby giving them more time to peel off and the bilayer on the surface to
reform in the space meaning when the voltage changes and the dome returned to
the surface the more complete configuration was maintained and more stable. The
slow progression through 5Hz, 2Hz and 1Hz resulted in rounded GUVs on the wires
as seen in Fig. 3.5d-f. Fig. 3.6b shows the effect of the square waveform at different
frequencies of vesicles on the surface. Kymographs show how a section of pixels
in an image change over time. They are a line cut taken for a set x value across
the y axis of the image. This same line cut was taken for all frames in the time
sequence to provide the z axis. The y axis is plotted against z to show how this line
changes with time. We took a line cut of the suspended bilayer, the lower bilayer
and the wire across a 1 s, 1000 frame time period. An example of this process is
shown in Fig. 3.6a. These results show that the bilayers responded to the current
and were experiencing a shift away from the wire and back. Interestingly, whilst
most vesicles responded to the applied field, on some occasions, such as that shown
in Fig. 3.7, some vesicles remained on the wire. This was taken at a low frequency
of 1Hz allowing the domes sufficient time to respond to the change of direction and
a high voltage (10V), however some areas of the bilayer were not responding in
the same way by being pushed away from the wires and remaining on the bilayer
surface. It has not been determined as to why this occurs as it does not appear to
be size dependant, but could have been due to tethering to the surface via a tubular
structure.

A very low frequency (0.1Hz) was trialled to detach formed vesicles from the wire,
increasing the voltage with time. 2 minutes at 2.5, 4, 5, 6, 8, 10, 12, 14, 16 and 20V
were used in this sequence, which did work in some cases, an example can be seen
in Fig. 3.9b where a vesicle can be seen being pulled off the wire during a sharp and
sustained increase in voltage at 5V. This effect preferentially affected small vesicles
as can also be seen in Fig. 3.9b. In other cases, as in the example demonstrated in
the series Fig. 3.9a the sharp changes in voltages caused the deflation of hs-GUVs.
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Figure 3.5: Results of the sinusoidal and square waveforms Epifluorescence images
showing the results of electroformation for the same regions of wire after the
sinusoidal waveforms demonstrating the generation of hs-GUVs on the surface.
They are shown alongside the same domes after they had experienced a square
waveform designed to push them up into vesicles on the surface of the wire
ready for expulsion. a-c) show the domes after the sinusoidal waveform with
their corresponding regions shown in d-f) after the square waveform
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Figure 3.6: Effect of the square waveform a) Shows an example of a kymograph pro-
duced from the image shown using the section highlighted in a yellow box which
becomes the y axis. The z axis shows how this region changes with time. b
Kymographs of bilayers experiencing an increasing frequency of square waves
across a 1 s, 1000 frame time period, images acquired at 8Hz. These demon-
strate the effect of the waveforms in forcing the vesicles away from the wire.
Vertical scale bars represent 50 µm.
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Figure 3.7: Differing responses of vesicles to high voltages Epifluorescence images
showing an area of bilayer on the wire experiencing a 10V 1Hz waveform.
Shown underneath is the waveform when each snapshot was acquired. Some
vesicles can be seen responding to the applied field whilst one remained on
the wire surface despite being acted on by the same field, see supplementary
media file M_1_3

t

Figure 3.8: hs-GUVs combining on wire surface Epifluorescence images showing an
area of bilayer on the wire where two hs-GUVs joined generating a larger
hs-GUV, data taken using an amplitude of 5V and frequency of 0.1Hz, see
supplementary media file M_1_2
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It is worth noting that in both examples there were also vesicles that withstood a
low frequency high voltage regime. To avoid a sharp change of amplitude deflating
the hs-GUVs we used a steady increase of amplitude between specified amplitudes,
where over the course of 2min the voltage is progressively increased. An example
of these results, Fig. 3.9c, shows a similar range of results with some that deflated
whilst still on wires and some that remained on the wires withstanding 20V at
0.1Hz. Whilst it was clear that expulsion of hs-GUVs from the surface is possible
via the progressive increasing of amplitude it was decided that due to the risk of
deflating the vesicles and reducing the yield to keep the parameters of the square
electroformation the same as original utilising a gentle knocking of the 3D printed
support to expel the GUVs off of the wires to maintain a reproducible protocol.

This effect of both deflation and joining was observed when looking at a range
of half-domes experiencing square waveforms as can be seen in Fig. 3.8. It was
thought that by increasing the voltage of the waveforms and thus the distance from
the wires, it would provide more space for full circularisation of the vesicle ready
for the expulsion of them off the wire. Our measurements, however showed that
the increased distance and time from the wire induced by increased voltage at the
lower frequencies used, induced a range of responses such as deflation, joining the
hs-GUVs together increasing their size and a minimal effect in some cases. Whilst
some of these effects aid generating larger vesicles easily lost to solution, we also
saw similar results at lower voltages without the loss domes via deflation, therefore
a lower voltage was chosen for the final protocol as we could produce vesicles of
a sufficient size, as seen in Fig. 3.5d,e and f with less chance of unwanted loss of
hs-GUVs on the surface.

3.1.3 Internal solution

Sucrose has been widely used in combination with glucose as a method for gener-
ating either a sinking effect by using equal molarities or a concentration gradient
across the membrane to provide osmotic pressure. This concentration gradient acts
to immobilise the vesicles as glucose has a lower mass and therefore via gravity the
sucrose inside the vesicle causes it to sink and generates internal pressure to improve
stability.[217, 218] We found it to be just as effective to use sucrose as an internal so-
lution with d.H2O as an external. This proved more beneficial in the immobilisation
of the vesicles as the effective mass difference between sucrose and d.H2O is greater
than that between sucrose and glucose, therefore, so was the force acting on the vesi-
cle keeping it in close proximity to the lower glass interface when imaging. When
we decreased the sucrose concentration gradient to 0.2mM, as latterly discussed, we
still observed immobilisation of vesicles on the lower glass surface that were over
30 µm in diameter. This prevented the need for tethering using biomolecules, such
as Biotin-Streptavidin binding mechanism, which could interfere with any binding
and insertion events in future experiments.[219]

Using our preparation protocol we are able to generate a different internal so-
lution to external as during filtration we exchange our external solution replacing
with with our filtration solution as described in Section 3.1.4. For the most part
we used d.H2O to generate a maximal concentration gradient. For our protein in-
sertion this was altered as described in Chapter 5. 0.5mM was initially used before
we estimated the maximal molarity and resulting osmotic pressure potential that
a vesicle could withstand without rupturing. This was based on a value of 5% for
the maximal expansion of surface area of a vesicle. The energy in strain equation
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Figure 3.9: Expulsion of hs-GUVs from wires using square waveform Epifluores-
cence images showing the response of lipid bilayers to a high voltage (10V),
low frequency (0.1Hz) regime in an attempt to expel hs-GUVs from the wire
surface. a) Large scale deflation can be observed, the top image shows domes
on a wire and their gradual deflation to the bottom image where very few small
domes remain. b) The loss of vesicles from surface at 1Hz, 10V. A large vesicle
can be seen being expelled from the wire across the series as well as many small
vesicles in the bottom image. c) Retention of vesicles at 10V 0.1Hz showing
an example where minimal change was observed. Supplementary media files
corresponding to a) M_1_1, b) M_1_4 and c) M_1_5. Scale bars represent
50 µm.
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(Equation 3.1) at equilibrium with the work done by pressure (p) (Equation 3.2) is
shown in Equation 3.3, letting A−A0 become a derivative of 4πr3.

Es = 1
2Ks

(A−A0)2

A0
(3.1)

p· 4πr2dr = dw (3.2)

dw = dEs Es = 1
2Ksδr(

(4π(r2 − r2
0))2)

4πr2
0

dr (3.3)

Equation 3.3 was simplified to Equation 3.4. By recombining the equations and
making dw equal to dr using the equation for pressure (Equation 3.2) we arrived at
Equation 3.5.

8πKsr0(( r
r0

)2 − 1) r
r0
dr (3.4)

pr = 2Ks((
r

r0
)2 − 1) let x = r

r0
and a = 2Ks

r0
(3.5)

Once we substituted as shown in Equation 3.5 we were left with a quadratic as
shown in Equation 3.6

ax2 − px− a = 0 (3.6)

The quadratic formula was then used to find solutions and it was assumed that
the solution was greater than one as we were looking for expansion, corresponding to
an increase in radius (x). We also assumed a small change in radius, corresponding
to stretching in the order of a few percent. This made the solution Equation 3.7.

x = 1 + p

p0
where , p0 = 2a = 4Ks

r0
(3.7)

Using Equation 3.7 and a Ks of 250mN/m, r0 = 50µm gives a p0 of 0.2 bar.[220]
A maximum expansion of 5% was used in our calculation to maintain a p/p0 < 5%
as the relationship is linear for small changes in radius, and p < 0.01 bar.

pV = NkBT (3.8)

The osmotic pressure was calculated using Equation 3.8, assuming ideal gas law,
as we were aiming for an estimate. This gave a pressure of 24.8 bar, rounded to 25
for future calculations. The critical molarity m for a 50 µm radius could therefore
be described using Equations 3.9 and 3.10.

0.2 bar· 50
r

· 0.05 = 25 bar·m (3.9)

m = 20mM µm

r
(3.10)

Thus the critical molarity, m, is 1mM for ø= 2r = 40µm and therefore we used
concentrations below 0.4mM for ø = 100 µm vesicles.

After generating these vesicles using an internal solution of 0.5mM Sucrose we
were still experiencing stability issues. The question we still needed to answer is
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whether the the osmolarity is conserved which is further discussed in Chapter 4
where qDIC was used to further characterise vesicles. We hypothesised that the
0.5mM sucrose was producing an internal pressure too great for one bilayer to
withstand and therefore the sucrose concentration needed to be decreased. Once we
decreased the sucrose concentration to 0.2mM we observed an increased stability
and clarity of our samples. An example of a sample we produced using this method
is shown in Fig. 3.12 b, which shows a series of images of vesicles in this sample.
The datasets analysed and discussed in Chapter 4 are a representation of samples
quantitatively measured with the diameters all vesicles of a measurable size (>3 µm)
represented in the histogram in Fig. 3.12 a. These samples were produced with a
variety of sucrose concentration gradients.

3.1.4 Filtration

Filtration was required to decrease the density of the sample and remove small lipid
structures to prevent additional interference when imaging. A filter with a mesh
pore size of 20 µm was used to filter out any debris or vesicles smaller than this from
the solution and to exchange out the outer liquid, full description of the method is
given in Section 2.2.2. The sample was added to the top of the filter and maintained
in the volume of the funnel above the mesh. A solution, in our case d.H2O, was
passed through the filter slowly enough not to push the GUVs into the mesh which
would’ve destroyed them. Large enough vesicles did not pass the filter and remained
above the mesh whilst smaller vesicles and other lipid structures passed through.
The resulting solution that was removed from above the filter should’ve therefore
only contained vesicles above 20 µm in diameter. The density and characteristics of
the sample prior to filtration affected filtration efficiency as tubular networks and
aggregates could cross-link and block the filter. This was suppressed by a cleaner
initial sample which was achieved by the previously discussed procedures.

Initially to minimize the shear stress on the vesicles during filtration a directional
flow through the filter was omitted. However, the reliance on diffusion through the
filter via brownian motion, gravity and convection proved insufficient and the sam-
ples required multiple 12-hour filtration steps which resulted in vesicle degradation
by formation of internal structures, as discussed earlier. The filter was placed in
the top of a 15mL falcon tube cut off at the bottom and placed in a 50mL falcon
tube to allow dispersal of lipid under the filter into a large volume. This was left
for 12 hours and then the water exchanged and repeated. When we calculated the
expected diffusion of a 20µm vesicle relying on diffusion and gravity it would’ve
taken 18.5 hours to move 2 cm.

To speed up the motion through the filter we added a gentle flow. This greatly
reduced the time required for filtration whilst achieving a high level of filtration with
a purification factor of 60, as demonstrated in Fig. 3.10. A flow rate of 0.2mL/min
was achieved and provided a flow rate that was sufficient without incurring too
much force on the vesicles which could press them against the filter causing them to
be lost against the filter mesh. Successful filtration is seen in Fig. 3.1. To limit the
concentration of non-GUV lipid structures when filtering a large volume of unfiltered
solution was limited. The volume was added sequentially in 0.2mL parts, with each
being filtered by a 1mL flow to remove the major part of the non-GUV lipid before
adding more solution.

Filtration was also used to increase the concentration of GUVs, to increase the
likelihood of observing a suited GUV in the sample volume (about 15µL). As the
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Figure 3.10: Filtration results Epifluorescence images showing filtration effects on the
resulting sample relying on Brownian motion in the first column where the
filter. Regions to be imaged were centred on a GV to evaluate surrounding
debris. a-d) show the results relying on brownian motion, a) is the unfiltered
with b) after the 1st 12 h filtration, b) and c) after 2nd and 3rd 12 h filtration,
respectively. e-h) results produced using additional flow from an unfiltered
sample (e)) to samples filtered with 5mL (f), 10mL (g) and 15mL (h)
wash volume at a 2mL/min flow rate. Clearly visible is the improved clarity
when using flow as well as the improved required time taken to achieve each
concentration of debris.
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filtration step preferentially removed small lipid structures the subsequent sample
contained an increased density of large vesicles. The sample prior to filtration was
1.2mL which was reduced to about 0.1mL after this filtration step. To achieve the
final volume of 0.1mL the filter was lifted up to allow the excess to flow through
and ensured that the correct volume was removed from the sample, during filtration
about 250µL was maintained above the filter. The sample was removed using a
pipette tip that had been cut off at the end. As well as increasing density, the
filtration step replaced the external solution and could remove soluble components
such as dyes and sucrose that were in the electroformation solution. This allowed
us to have different internal and external solutions, and for the osmotic pressure
to be adjusted. This was useful for other experiments such as the pore insertion
experiment discussed Chapter 5. Chapter 4 discusses the further characterisation
of the internal solution and its impact on lamellarity leading to the reduction of
sucrose concentration gradient to 0.2mM.

3.1.5 Gel-phase lipid bilayers at room temperature

To adapt the protocol for lipid species with a phase transition temperature above
room temperature, and therefore in gel phase at room temperature, we used DC15PC
having this transition around 32℃. We prehydrated, washed and electroformed the
vesicles at a temperature above the transition, in this case 40℃, however we cooled
the sample down before filtration and saw conformations as seen in Fig. 3.11, where
the vesicle was in gel phase and contracted causing deformation. The conformations
observed show that they had been cooled down below phase transition temperature
while staying liquid since the area is conserved preventing the gel phase transi-
tion, and then ripped open, and immediately solidifying as they were already colder
than the phase transition temperature. Whilst this protocol produced vesicles that
weren’t suitable for imaging as cooling of the vesicles during filtration caused desta-
bilisation, it does show compatibility with our preparation protocol up until the
filtration step as vesicles of a sufficient size were produced. It is worth bearing in
mind that the filtration had not been fully optimised at this point. To maintain a
liquid disordered phase during the formation of vesicles with such lipids we modi-
fied our filtration set up so we could carry it out at a controlled temperature above
room temperature (see Section 2.2.2). Alongside the filtration the heat block was
also set to 40℃ to keep the unfiltered sample plastic and glassware to the desired
temperature. The microscope was set and maintained at a temperature of 40℃ as
described in Section 2.4. To transport samples steel pillars were pre-heated to 40℃
on the heat block and pressed against the slides whilst they were being moved to the
microscope. This protocol was successful in maintaining a liquid disordered phase
in DC15PC with a phase transition temperature above room temperature. This is
demonstrated and further discussed in Section 6.10.

The resulting protocol as described in Section 2.2.1 produced samples with a suf-
ficient density of clean vesicles as demonstrated by the histogram and fluorescence
images shown in Fig. 3.12. Further characterisation of these results including lamel-
larity and internal sucrose concentration determination is discussed in Chapter 4.
Whilst this was successful in the end we experienced stability problems which were
resolved once the internal solution was investigated. For the sample preparation
used in the later chapters of this thesis we could reliably produce suitable quanti-
ties of clean vesicles stable for approximately 5 hr, suitable for our work. However,
alongside this we considered alternative approaches, discussed below.
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Figure 3.11: Compatibility with DC15PC Epifluorescence images showing the produc-
tion of vesicles using our protocol and DC15PC lipid species imaged at room
temperature. Images show collapsed vesicles in the gel phase characterised
by the wrinkled and faceted vesicle surface.

a b

Figure 3.12: Diameter distribution of GVs a) A histogram showing the distribution
of a cross-section of samples that were later used in qDIC imaging. Samples
prepared using the protocol described in 2.2.1 with sucrose concentrations
between 0mM and 0.5mM, demonstrating sufficient clean vesicles above our
30 µm threshold. b). Epifluorescence images of some clear GUVs that would
be suitable for iGOR imaging. Sample was a POPC:POPE:ATTO488-DOPE
(50:49.9:0.1) lipid composition. Scale bars correspond to 50 µm
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3.2 hs-GUV protocol development

Considering the limitations discussed above regarding GUV samples, we considered
alternatives including supported membrane models. Here, we discuss the prepa-
ration of samples providing a half-sphere conformation of lipid bilayer remaining
attached to a glass surface, which can be formed in situ and are inherently im-
mobilised on the surface. The preparation of these sample reduced handling and
preparation time; found to be important when producing GUVs as discussed in the
previous section.

These samples are still required a bilayer 30µm from surfaces to be suitable for
iGOR. Due to the hs-GUV conformation a diameter in excess of 60µm was required.

When measuring the size of the hs-GUVs produced on the wires during electro-
formation, many of these fulfilled the size requirement as can be seen in Fig. 3.1.
Therefore, by altering the electroformation parameters for example by only using
sinusoidal waveform, and using them on a lipid bilayer supported by glass we should
have been able to produce a similar sample to that of the hs-GUVs on the wires,
in a similar way to that achieved in the McPhee and Regan paper.[107, 154] The
method is described in Section 2.2.5.1 and results discussed in Section 3.2.1.

We also made efforts to optimisation the gel assisted swelling method to produce
GUVs presented by Weinberger et al. [203]. Transferring this protocol to make it
compatible with our techniques required a couple of significant changes discussed
below in Section 3.2.2 with methods detailed in Section 2.2.5.2.

3.2.1 ITO electroformation

Whilst previous work in our lab produced hs-GUVs via an ITO electroformation
method we found that this was not reproducible using our lipid compositions. Ini-
tially we followed the same protocol as described in the McPhee thesis.[221] For
detailed methods refer back to Section 2.2.5.1. When using 300 µl DOPC lipid at a
2mg/mL concentration spin coated onto an etched coverslip, the surface appeared
patchy from which the hs-GUVs are produced. This meant that aggregates contain-
ing vesicles and lipid debris were primarily produced as seen in Fig. 3.13a. Therefore,
pre-hydration and wash steps were introduced as discussed for the wire electroforma-
tion method in Section 3.1.1 with the coverslip being placed vertically in the centre
of the falcon tube on top of the tissue. This caused any lipid debris that was not or-
ganised in neat bilayers on the coverslip surface to be removed.[155] The wash step
was adapted and the coverslip surface was flooded and water removed before the
chamber was made. Fig. 3.13b shows surfaces for which this was undertaken where
distinct bilayers can be seen, with spatially homogeneous regions of fluorescence of
different intensity. This shows the formation of regions with a well-defined number
of bilayers in the 20-100 µm size range. Fig. 3.13b also shows a line cut across this
epifluorescence image showing the distinct lamellarities observed. Whilst these bi-
layers looked suitable for electroformation when the current was applied minimal
change was observed across the membrane with only a few aggregates being formed
at the edge of the bilayers. It was also observed that there were gaps in the bilayer
across the coverslip surface, which, alongside the ineffectuality of the electroforma-
tion suggested that additional bilayers were required. A higher concentration of lipid
was spin coated (4mg/mL) onto the surface however this was effective to varying
degrees, with coverslips showing between one and three bilayers, and a PBS envi-
ronment produced a wave confirmation across the surface. In some experiments,
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seen in the bottom row of Fig. 3.13d, hs-GUVs were produced however they exhib-
ited a low density with disordered confirmations, and in other places no hs-GUVs
were produced (Fig. 3.13c). After the experiment, shown in Fig. 3.14, where during
the course of electroformation the lipid layer could be seen progressively dissolving
off the coverslip into solution generating debris, it was decided that we would not
continue optimising this protocol and divert to developing the PVA swelling method
described below.

In summary, the ITO electroformation protocol did not produce sufficient results
for consideration. We could spin coat the lipid onto a coverslip to generate a sufficient
bilayer on the surface but once a current of 20Hz, sine wave with a voltage up to
2.5V had been applied, we saw next to no change or the breakdown of the lipid
bilayer as it came off the coverslip surface. The optimisation of this method was
discontinued as the PVA swelling method was showing more promise as a technique
for the preparation of hs-GUVs.

3.2.2 PVA swelling

Weinberger et al. shows the production of supported domes on a dried PVA layer,
which, once re-hydrated pushes the lipid layer into hs-GUVs.[203] A stack of lipid
bilayers are formed on top of a dehydrated lipid bilayer. A chamber is formed
around the system and hydrated, once the water is drawn into the PVA layer the
bilayers also become separated by water and swell up into domes. This protocol
should inherently avoid overcrowding as, if vesicles are of a sufficient size (>30µm
tall), with a cross-sectional diameter of 60 µm, the distance between the top of
neighbouring hs-GUVs enough. However, in practice the observed hs-GUVs did not
have a spherical cross-section and therefore in some places overcrowding was an
issue. This method required optimisation of wash steps beyond our time restrictions
and was therefore discontinued. When imaging, samples were scanned by eye using
fluorescence to gain an understanding of the whole surface, representative images
were then taken for further analysis.

3.2.2.1 Establishing the PVA layer

The Weinberger protocol we based this preparation on utilised a spreading tech-
nique of 100µL a 5% PVA solution to generate a specified thicknesses of PVA on
a coverslip, ranging from 40 to 160 nm. Work had already been undertaken in our
lab to generate specified thicknesses of PVA on a hydrophillic coverslip using a spin
coater to generate a homogenous layer. It was also decided that due to the geomet-
rical constraints of our iGOR technique, the intended objective only had a 200µm
working distance, and the PVA layer is likely to cause some degree of scattering,
the thinner this layer is whilst still enabling hs-GUV production would be the best
for our intended use. From this prior knowledge, we had preliminary experiments of
5% PVA solution both spin coated and spread, hereafter referred to as drop casted
and described in Section 2.2.5.2, and spin coating of a 1.7% and 5% PVA solution.
Fig. 3.15 shows the resulting lipid structures from these respective conditions after
incubation for the hour suggested in literature. From previous measurements we
know there is a 5 fold increase in PVA thickness on the coverslip between the spin
coating methods with 1.7% yielding 20 nm and 5% yielding 100 nm, as discussed in
work published from our group.[222] It was understood that the spin coating meth-
ods generated PVA layers much thinner than the reference material (about 7 µm),
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Figure 3.13: ITO electroformation development Epifluorescence images showing the
electroformation results arising from a lipid bilayer produced with the nom-
inal procedure (a)) where neat bilayers can be seen with slight patching
across the surface. However, after electroformation only a lipid aggregate
was present. The addition of a pre-hydration step (b)) produces clearly vis-
ible neat bilayers with the integrated graph showing the intensity measured
along the blue line. This highlights the organisation of the surface in bilayers
although it can be seen it produced only lipid aggregates. Samples produced
with a higher concentration of lipid (c) and d)) show lipid bilayers present
prior to electroformation and an area with no hs-GUVs and another with a
low density and disordered conformations.
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After wash Min 0

Min 20 Min 25

Figure 3.14: Loss of lipid from ITO surface Epifluorescence images showing an ITO
surface over 25min with no applied voltage. The images show a progressive
loss of lipid into solution and the disassembly of suitable lipid bilayers for
electroformation.

however if it was sufficient to support lipid swelling behaviour it would be a more
reproducible method. It can be seen in Fig. 3.15a that the 1.7% PVA spincoating
method produced a layer sufficient to support hs-GUV growth with vesicles of a
suitable diameter formed. Fig. 3.15b and c show the results when using 5% PVA
in both spin coating and drop casting methods for which the structures produced
include large vesicles which are no longer supported on the surface but suspended
in inflated tubular networks. As these results were produced using the same lipid
concentration it could be concluded that this was due to the PVA thickness. 1.7%
spincoating is the only sample that did not cause over inflation of the vesicles whilst
supporting vesicle growth. Going forward these were the conditions used as the
spincoating method reproducibly generated a smoother surface.

In terms of volume applied to the spin coating it was observed that a 5 fold
volume increase, from 20 µL to 100µL, of PVA solution does not impact the resulting
thickness of the layer that is produced.[222] It was determined that the lower limit
of volume required depended on the centring of the coverslip on the spin coater.
Any imbalance caused more solution to spin off one side leaving an uncoated region
opposite, one such boarder left from this can be seen in Fig. 3.16. To avoid this a
volume of 100µL was used going forward. This could also be assessed prior to the
application of the lipid bilayer by eye as a tide mark type edge could be seen if held
up to the light.

3.2.2.2 Establishing the lipid bilayer

Weinbergers protocol used 10-20µL lipid at a concentration of 1 mg/mL spread onto
the PVA layer, generating a thickness in the order of 5µm, as with the PVA layer we
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Figure 3.15: Establishing a PVA layer All samples contained 1mg/mL lipid spin coated
on top and incubated for 1 h a) Resulting sample after 1.7% spincoated lipid
demonstrating hs-GUVs present on the lipid surface. b) and c) 5% PVA
solution applied using spincoating (b) or drop casting (c) where similar ag-
gregated and tubular conformations can be seen suspended from the surface
to a lesser extent after using drop-casting and producing large networks after
spin coating.
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Figure 3.16: PVA sample heterogeneity A PVA border seen in both qDIC and epi-
fluorescence in a) in contrast to b) where an apparent border seen in epi-
fluorescence, but not in qDIC. This suggests it is not a PVA border just an
border where the lipid bilayer stopped forming. qDIC images taken using 20x
0.75NA objective with a 1.5x tube lens, averaged over 256 images, 100ms ex-
posure time.
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introduced spin coating to increase the homogeneity of the layer. A concentration
series of 1, 2 and 4mg/mL was used. This was in line with methods producing
suitable lipid layers in ITO experiments (see Fig. 3.13b) discussed above, where we
spin coated a 2 mg/mL to generate a lipid bilayer as discussed in work to produce
supported lipid bilayers. The spin parameters were taken from this work.[155] It
can be seen in Fig. 3.17 that 1mg/mL was insufficient to generate a homogenous
layer on the PVA surface. Some areas were sufficient for hs-GUV formation how-
ever, there are also areas with no lipid coverage. Contrastingly, 4 mg/mL of lipid
produced results shown in Fig. 3.17c which demonstrates a too dense lipid cover-
age which generated non spherical protrusions with some resembling tubes. These
would have top surfaces not still enough for intended imaging. Whilst the lower,
wider structures highlighted in red would generate suspended freely fluctuating bi-
layers as intended, smaller protrusions and vesicles can be seen forming underneath
which would render these structures unsuitable for iGOR. The 2mg/mL samples
did not exhibit a homogeneous lipid layer, however, in sufficient areas across the
membrane hs-GUVs were observed. However, alongside this, production of lipid de-
bris increased which, after the later discussed wash steps could not be removed and
therefore 1 mg/mL was used to minimise this effect.

As pre-hydration steps have been shown to improve the organisation of lipids
on a surface, discussed in Section 3.2.1. We added steps in the same way to this
protocol to establish bilayer organisation on the coverslips using the method proven
effective in both wire and ITO electroformation, consisting of a 1 h incubation in a
humid nitrogen environment. Confirmation that this is effective in this protocol is
shown in Fig. 3.19 where a reduction of tubes and non vesicular lipid structures can
be seen.

One observation made from the data shown in Fig. 3.17 was that the vesicles
produced were of insufficient size and the top surface of hs-GUVs would be within
30µm of the surface and therefore cause interference. After leaving the domes to
develop for a longer period of time, examples of which can be seen in Fig. 3.20
where b) shows that the hs-GUVs produced within 20 minutes were of a sufficient
diameter but not of sufficient height, a) shows hs-GUVs that were considerably
smaller however both did grow overnight as seen in the data taken 24 h later. Row
c) shows an area from which at least one hs-GUV was of sufficient height. What
can also be seen from these 24 h experiments was the large scale phase separation
observed from the compartmentalisation of fluorophore in some areas of the domes.
This effect is discussed further in Section 5.1.2. After 24 hours a possible cause of this
is oxidation of the lipid. It could also be that the fluorophore was expelled from the
edges showing a more gradual gradient and upper part of the vesicles as highlighted
in the zoomed region. The sharp rings at the edges suggests that the bilayer was
nearly vertical at this point, which also implies that the height of the vesicle should’ve
been sufficient, but when refocussing there was nothing to see. The fluorophore
appeared to be going into regions of higher curvature which had two leaflets of
different packing density as the fluorophore, DOPE could’ve partitioned into one
where it would’ve been be better accommodated as demonstrated in Fig. 3.18. This
effect was not seen in Fig. 3.19 where vesicles were imaged after a short incubation
and at a significant height above the surface, seen as the surface bilayer is defocussed.
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Figure 3.17: Establishing a lipid bilayer ontop of PVA Images of the resulting surface
after the nominal PVA swelling procedure described in Section 2.2.5.2 with
varying concentrations of lipid spin coated, 1mg/ml (a), 2mg/ml (b) and
4mg/ml (c) with a highlighted region showing the large low domes discussed.
No wash steps were in place at this time. a) shows a heterogeneous surface
with areas of patchy lipid and areas with no lipid present and only a few that
produced hs-GUVs. b) shows a more contiguous lipid layer despite being
patchy. It also demonstrates the ability to produce hs-GUVs of sufficient size
and density across a larger area of the surface. c) demonstrates a thicker
lipid layer which, in the places where lipid structures were formed, formed
over-inflated structures with other lipid debris underneath. However, it can
also be seen that there was still heterogeneity present in these samples.
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Figure 3.18: Partitioning of fluorophore into areas of differing curvature a) Parti-
tioning of fluorophore into regions of high curvature (blue) and out of regions
with gradual gradient (red). b) Partitioning of fluorophore out of top sur-
face of hs-GUV. c) schematic showing areas of high curvature across the top
(cyan) and edge (red) of hs-GUVs.

3.2.2.3 Washing methods

As determined from the wires for electroformation lipid debris was released from the
surface upon the addition of solution. This debris would cause interference in iGOR.
To remove this debris from solution, the wetting step was refined and followed by
washing steps. This required a compromise between aggressive enough washing to
remove loose lipid without it disrupting the layer established after pre-hydration.
The wetting procedure originally consisted of the coverslip being gently pressed
down onto a pre-filled imaging spacer to create a chamber.

Adding a drop of solution on a surface tilted to a 45 ° angle which subsequently
slides down the surface caused the complete loss of liquid in the path of the droplet
(Fig. 3.22b). Submersion of the coverslip into water horizontally with the lipid layer
face down also resulted in disruption of the lipid bilayer in a way that prevented
large hs-GUV formation as there was not a large enough contiguous area to support
such a formation. In other samples it proved insufficient in removing debris and
appeared to lead to the production of small tubular structures, likely arising from
the smaller areas of continuous surface lipid, as seen in Fig. 3.22a.

By putting the gasket on the lipid covered coverslip first instead of the slide it
allowed a different wash step to be introduced. This was done by adding an excess of
water (50 µL) to the well, leaving for 10min and removing the majority, leaving the
20µL required to fill the chamber. Whilst this did not significantly disrupt the lipid
surface aside from the generation of a concentric circle pattern due to the force of
water being pulled up from the centre it also proved insufficient in removing debris
from the surface for iGOR imaging (Fig. 3.22c). The addition of extra agitating via
triturating the excess water before removal from the gasket provided extra force for
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WithWithout

Figure 3.19: Introducing pre-hydration to PVA swelling Epifluorescence images
taken after 1 h PVA swelling nominal procedure described in Section 2.2.5.2
either with or without a pre-hydration step, no wash steps were in place at
this time.Without pre-hydration the formation of tubular structures can be
seen as well as small lipid structures produced on the surface which rendered
the samples unsuitable. For the samples with a pre-hydration step fewer small
lipid structures can be seen with more hs-GUV conformations observed.
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Figure 3.21: PVA hs-GUV production Epifluoresence images of a suitable sample,
however this was not reproducible enough for our uses. A suitable sample
was characterised by spatially separated hs-GUVs with multiple within a field
of view. They were also confirmed to have surfaces at least 30 µm from the
lipid layer.

the removal of those lipids not formed into bilayers. This trituration method was
deemed sufficient for our methods using epifluorescence as seen in Fig. 3.22d where
we were able to produce minimal debris and bilayers that could support larger hs-
GUVs, however once higher magnification images were taken using DIC it could be
seen that the hs-GUVs produced were of insufficient size and contained a significant
proportion of vesicle in vesicle structures.

A more gentle method was attempted to generate large hs-GUVs by creating a
small channel in the imaging spacer which was placed in a slightly under-pressured
environment allowing the chamber to fill slowly. This method is depicted in Fig. 3.22e
An under-pressured environment was generated by placing in a dessicator and de-
gassed for 5min to have the air diffuse through chamber and allow the water to
slowly enter, then once fully wetted, the liquid can flow to the large surrounding
volume to diffuse the lipid debris away from the surface. This solution was left for
varying periods of time in an effort to remove any lipid debris that would sponta-
neously fall off into solution however this produced a patchy lipid surface that could
not support sufficient dome formation, this was observed in multiple attempts with
a representative image shown in Fig. 3.22e.

3.2.2.4 PVA swelling summary

When observing the hs-GUVs produced from the final protocol in Fig. 3.21b that
were of a suitable size we found they often phase separated overtime, which is not
necessarily an issue for iGOR. However, the smaller hs-GUVs like those seen in
Fig. 3.20a did not show the same phase separated conformation. We have presented
potential methods to wash the bilayers in an aim to create minimal debris in solution.
Whilst we could not reach a suitable level of reproducibility for continued use we
could generate hs-GUVs of a sufficient size and density, highlighted in Fig. 3.21b.

Inconsistencies appeared to be due to the spin coating of both the PVA and lipid
solution as this base-layer appeared different in the samples, resulting in drastically
different hs-GUV conformations. Spin coating was used to provide a well defined film
with the same parameters as those specified in Section 2.2.5.2. The same volumes
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Chapter 3. Suspended bilayer generation

and compositions were applied every time to a coverslip that had been cleaned with
a hydrogen peroxide treatment that made the surface hydrophillic, in work described
in [222], this aided PVA spin coating. When looking at the qDIC images of borders
found within the sample (Fig. 3.16) some could be seen in fluorescence and qDIC,
indicating that there was a lack of either PVA or lipid bilayer in this area. However,
some were not accompanied by a change in DIC signal. This lack of fluorescence
was therefore likely caused by a large scale phase separation of the lipids with the
fluorophore separating into one. This could be seen by the gaps in fluorescence that
were not present in qDIC indicating that there was still lipid in these regions. The
separation could be observed in samples within an hour of production. The reason
for this large scale separation is unknown but meant that we wouldn’t always know
the composition of any hs-GUVs present, it also seemed that only one lipid species
supported hs-GUV which could’ve limited future work.

3.3 Droplet interface bilayers

Starting from the experience of the Castell lab we adapted their droplet interface
bilayer (DIB) samples to make them compatible with iGOR.[195] Phospholipids form
a monolayer at a water/oil interface due to their amphipathic nature. A monolayer
was formed on a low percentage agarose gel covered by oil/ phospholipid solution
where phospholipids self assembled with tails facing into the oil. Small droplets
of isotonic buffer (KCl−) were placed into solution in the well of the incubation
tray and phospholipids oriented around the edge of the droplet. This droplet was
transferred into the well of the device as close to the agarose layer as possible. When
this droplet interacted with the monolayer at the bottom of the well a bilayer was
formed as shown in Fig. 3.23a. The agarose was 0.1% (w/v) which, whilst did not
impact the total internal reflection fluorescence (TIRF) used in their experiments,
it would have caused interference when imaging using iGOR. The main drawback
with this method for observing dynamics is the damping that the membrane will
experience from the agarose.

3.3.1 Unmodified device

Initial characterisation of the device used by the Castell lab was undertaken using
their protocol to generate DIBs as described in Section 2.2.6.1 and is depicted in
Fig. 3.23a. The purpose of this study was to measure the bilayers produced using
DIC and design the updated device and methods for use, for this reason we used a
DPhPC lipid as it is well established in the Castell lab which allowed us to focus
on device design. As seen in Fig. 3.23b and c we could produce stable droplets that
joined with each other to form bilayers away from the surface freely fluctuating and
isolated bilayers at the bottom of the wells that formed bilayers with the monolayer
supported on agarose. As the droplets were larger the edges and top of the bilayer,
the regions we are not intending to use, were well outside our coherence length and
therefore suitable for iGOR. When the lipids droplets broke down they formed lipid
inclusions on the agarose surface which was easy to see in DIC, meaning we could
identify when the droplet had started degrading. These results were obtained using
DPhPC and imaged with a total phase offset of 15 °. We also observed that wells
containing multiple small droplets tended to be less stable with droplets often fusing
to form large droplets that only contained a bilayer at the lower surface. It was also
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3.3. Droplet interface bilayers

a

b c

Figure 3.23: Droplet interface bilayer samples a) A schematic showing the prepa-
ration of Droplet Interface Bilayer samples as previously described and the
resulting lipid bilayer observed in b) and c), produced with DPhPC and
imaged above the surface of each droplet using DIC with images taken at
an angle of positive 15 °. The image in b) shows a sharp interface between
droplets indicating the presence of a lipid bilayer. c) shows a sharp interface
at the base of the large droplet, characteristic of a lipid bilayer where the
monolayer on top of the agarose layer formed a bilayer with the monolayer
of the droplet.
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50µm50µm

Figure 3.24: DIC images of agarose Layer DIC images taken at +15 ° showing the
surface of the agarose layer within the modified DIB device. It can be seen
that the surface is not smooth and would subsequently cause interference
when using iGOR.

observed that the interfaces of interest were not all clear with abberations either in
the agarose layer or adjoined to the membrane.

In response to these results we, alongside the Castell research group, designed a
modified device to make these model systems compatible with iGOR. These designs
are discussed below.

3.3.2 Device with deeper agarose layer

The original device was designed by the Castell group for use on their TIRF system,
where the agarose layer was as thin as possible. For use with iGOR the distance
between the coverslip and the monolayer needed to be larger than 30 µm which
meant that the modified device had to have a larger indent for the agarose above
the coverslip. The sketches for this design are shown in Appendix A.5.

As a main advantage of iGOR microscopy is the ability to observe suspended
lipid membranes. We intended to use 2 methods for the generation of suspended
bilayers: an aggregation of small droplets that interact with each other to generate
bilayers away from the surface supported monolayer or stamping the gel to generate
areas of the bilayer that are unsupported and can fluctuate more freely.

There were problems encountered when trying to mill the device in the usual
way: cutting plastic away to mould the device, where drill bits kept breaking. To
overcome these challenges multiphoton lithography was used to print the new device.
In this way a new device was created with a space for 50µm agarose underneath the
monolayer.

Despite this device producing a lipid system with the required dimensions, after
imaging with iGOR it highlighted that the agarose layer despite being low percentage
was not smooth enough to treat as a surface for referencing Fig. 3.24. The device
also showed significant decay once cleaned and was therefore no longer useable.
Although these limitations could be overcome it was decided that a device utilising
a monolayer formed on top of a buffer solution in a much smaller device would be
the better way forward. This is discussed below.
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50µm

a

b c

Figure 3.25: DIB using a buffer supported monolayer a) Sketch showing DIB device
design and intended use. b) Picture of device glued to a dish ready for use.
c) DIC image of bilayer produced at the interface where a clear interface can
be seen characteristic of a bilayer that forms at the interface between the
buffer and the oil. Work produced in collaboration with Emma Bopp.

3.3.3 Device utilising a buffer supported monolayer

A new iteration of the device was designed by reducing the number of wells from a
4×4 array to one well above a microfluidic channel through which buffer could be
added, an oil/lipid solution could be added on top to generate a monolayer to which
the droplets were added and a bilayer produced. A schematic is shown in Fig. 3.25a.
In this way we generated a bilayer that could freely fluctuate at a suitable height
above the glass interface. As the solution within this volume was a 0.5M KCl 10mM
HEPES buffer it was much less likely to scatter the light than the agarose, making
it a preferable system for iGOR. This device was printed and glued to a MatTek
dish in the same way as described in Section 2.2.2.3. Sample preparation from here
was been undertaken by Emma Bopp but has shown progress with a smooth, stable
bilayer having been produced as shown in Fig. 3.25. Full details can be found in an
unpublished Cardiff University MPhil thesis.

3.4 Discussion

Our GUV preparation protocol is one that reliably produces clean GUVs with di-
ameters in excess of 30 µm albeit with varying density. These GUVs were suitable
for measurements over a short-time frame, owing to their instability when observed
after more than about 5 hours. This was observed as the loss of a spherical confir-
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mation and the emergence of defects in the vesicles. Initially increased fluctuations
in the membranes were identified and the vesicle deemed to be unstable and no
longer measured, data not shown. Due to thermodynamic reasons they lost internal
pressure and started to form tubular structures. With work described in Chapter
4 this instability was greatly improved with reliable measurements being able to be
taken for at least 5 h. The membrane still became more fluctuating due to reduced
internal pressure, however, as we introduced a higher initial internal pressure the
time before this occurs was increased and therefore we observe large scale deforma-
tion less frequently. This process gave us a model where we could measure surface
tension and thus fluctuations, over time due to loss of internal pressure as well as
a time frame where the membrane as a whole was not fluid and the finer dynamics
could be probed. Whilst this method hasn’t been stringently trialled with differ-
ent lipid composition the compatibility with our 1:1 POPC:POPE composition is a
good indication of large scale compatibility due to the destabilising nature of the
POPE, as well as demonstrated compatibility with DC15PC and DOPC. The main
limitations for this method are the stability and limitations when using charged
lipid species and dyes as these affect the diameter of GUVs produced from elec-
troformation, evidenced by our work with Rhodamin-6G as discussed in Chapter 5
and literature.[208] This didn’t limit our work too greatly as the main biologically
relevant lipids (PC,PE and SM) are zwitterionic and therefore compatible with our
protocol especially as we could still incorporate a water soluble dye into our systems
which allowed for epifluorescence measurements. [223]

hs-GUVs as model membranes work to improve stability as the vesicle was sup-
ported by PVA and glass around the centre. Whilst this has been shown to make
an improvement as the hs-GUVs have been measured over the course of 2 days, the
images in Fig. 3.20 were taken after 24hrs. When they were observed using DIC the
hs-GUVs were taller than expected with longer sides. This caused more movement
in the membranes and encapsulated lipid debris. Therefore, a wash step would be
necessary to prevent this debris interfering when using iGOR, however this was not
achieved and was an area not worth persuing as GUVs were proving suitable model
membranes and in the interest of time this optimisation was stopped. The elon-
gated nature of some of the hs-GUVs caused the hs-GUV top surface to be more
mobile which would have led to blurring if imaging with iGOR. If a wash step were
to be established the PVA thickness could be adjusted with an aim to achieve the
correct degree of swelling and in turn hs-GUV height. This method could be worth
pursuing if we were to require a model membrane containing charged lipids due to
the incompatibility with wire electroformation. Even at this stage of optimisation
this gives us more flexibility with lipid compositions that we can use.

In summary we have presented various methods for the production of suspended
bilayers to varying levels of optimisation. Having the different potential confor-
mations that we have shown allows versatility when trying to observe different be-
haviours and investigating alternative lipid compositions. For our primary lipid
composition of POPC:POPE, the GUVs hold an advantage when looking to observe
homogenous phase behaviour as at a temperature above its phase transition tem-
perature there was no phase separation visible in fluorescence although there may
have been nano- or transient domains present that are insufficient in separating out
the fluorophore. This method also allowed us to observe the effect of protein inser-
tion on phase behaviour. hs-GUVs could be an advantageous model for the stability
of vesicles. The droplet interface bilayers under optimisation in collaboration with
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Oliver Castell and Hannah Baird could bridge this gap and provide stable bilayers
where protein could be added whilst under observation.

We have concluded that the GUV sample preparation was developed sufficiently
to reliably produce vesicles suitable for iGOR imaging and the protocol limitations
established. DIB systems were also suitable for iGOR imaging with the system still
in the process of testing although we have a device that is ready for testing with
iGOR. The hs-GUV development was discontinued as it showed less promise than
other system development.
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Chapter 4

Characterisation of giant
vesicles using qDIC

Whilst the primary aim of this project is to use iGOR to study the fluctuations
of lipid bilayers, we first needed to develop a reliable GUV preparation protocol.
As discussed in Chapter 3 we experienced stability issues for which we employed
a sucrose concentration gradient. This gradient across the membrane aimed to
improve GUV stability and facilitate sedimentation.[217, 218] However, even with
this gradient, the vesicles remained stable only for a few hours, necessitating a
reliable method to confirm the presence and maintenance of the intended internal
gradient. qDIC allowed us to measure the phase gradient across the equatorial plane
of individual vesicles.[107] Because the contributions from lamellarity and internal
sucrose concentration differ spatially, the former confined to the membrane surface,
the latter distributed throughout the vesicle interior. These two parameters could
be disentangled through analysis of the phase profile.

qDIC was chosen for its unique capability to provide spatially resolved maps
of the optical thickness gradient across a sample.[154] This was particularly useful
for assessing key physical properties of vesicles, such as lamellarity and the internal
solute concentration. Unlike conventional DIC, qDIC enabled quantitative phase
information to be extracted, which was essential when characterising the optical
properties of GUVs and validating sample quality prior to iGOR measurements.
qDIC is an existing technique previously developed in our group meaning imaging
and analysis protocols were already in place providing an accessible method.[155]
Initial analysis of this data proved insufficient for determination of lamellarity and
sucrose concentration and therefore we simulated the measurements to allow im-
proved analysis. The simulations were used to calculate parameters which were
applied to measured data to deconvolute using the whole profile improving results.
They were also utilised to correct profiles for effects such as defocus.

Section 4.1 provides a brief overview of the qDIC technique and outlines our
method for extracting phase profiles across GVs. Section 4.2 summarises literature
values for key lipid properties. In Sections 4.3 and 4.4, I describe how we extracted
lamellarity and sucrose concentration from the measured phase profiles. An im-
proved analysis pipeline using numerical simulations is introduced in Section 4.6,
with fitting procedures discussed in Section 4.8.3.2. Corrections based on simu-
lated defocus effects are presented in Section 4.7.2, and the interpretation of both
simulated and experimental phase profiles is further explored in Section 4.9.
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4.1. Quantitative differential interference contrast microscopy

4.1 Quantitative differential interference contrast mi-
croscopy

qDIC is a method that measures the phase changes across a sample.[107] The set
up is as described in 2.3.2.

A protocol was developed within our lab for the acquisition and analysis of
qDIC images of GUVs. A standard qDIC image acquisition was undertaken as
previously developed.[107, 224] A home built software was used to integrate the
image, (described in Section2.3.2 and shown in Appendix B.1), from which a phase
profile of the background and across the vesicle diameter was plotted. The fit was
generated as a linear fit from the scatter plot outside of the region corresponding
to the vesicle, shown as w = 0 in Fig. 4.1, this region was weighted zero in the fit
and shown in the black bracket. The phase change at the centre of the vesicle was
calculated by subtracting the background fit from the measured phase in the region
indicated by the red box, corresponding to the change of phase caused by both top
and bottom bilayer as well as the internal solution as seen in Fig. 4.1d. Analysis of
this phase change allowed us to characterise the sucrose concentration and in turn,
internal pressure and lamellarity. Data was taken at varying sucrose concentrations
and numerical apertures.

Phase changes observed in qDIC are related to changes in optical thickness which
is the product of the refractive index and thickness. For the integration we deter-
mined using a κ value of 106 was suited providing sufficient large extension of the
phase tails, which can be seen in Fig. 4.3.

4.2 Refractive index of sucrose solution and lipid bilay-
ers

For the analysis, we required the refractive indexes of the materials involved. We
used a POPC:POPE mixture but there are currently only values for a POPC bilayer
available in literature.[226, 227, 228] There were four values ranging between 1.4725
and 1.4776 with an average of 1.4751 ± 0.0014 which was in line with the reported
standard error for each value, although the refractive index of our bilayers was not
expected to deviate too much. Reported refractive indices were measured using
lipids in a hydrated state using in-plane polarised 589 nm light. Calculation of
bilayer optical thickness required the use of the membrane thickness, this is also
a value that has not been reported in literature for any POPC:POPE composition
membranes, but has been reported for both individual lipid species. For POPC they
ranged from 3.70 to 3.98 nm and POPE ranged from 3.95 to 4.34 nm. [226, 227, 228]
This produced an average of both components of (3.92± 0.076) nm. The systematic
error introduced through the membrane thickness and refractive index was about
3% of the optical thickness between 1,2,3 bilayers and was therefore insignificant
when determining the lamellarity due to the much larger change of optical thickness
and corresponding phase by an additional membrane. A summary of the literature
values used for the membrane thickness and refractive index of POPC and POPE
is shown in Table 4.1 and Table 4.2. The refractive indices used in analysis for
the sucrose concentration are shown in Fig. 4.2 where the refractive index was fitted
using a linear fit.[225]
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Figure 4.1: Analysis of qDIC images a) Epifluorescence image of the GV b) corre-
sponding ∆ image (m = 35, M = 235) c phase image resulting from qDIC
integration for κ = 106. d) The phase profile along the line cut shown in yel-
low in c and the background fit shown in blue. The red box shows the central
region used in further analysis. The black bracket demonstrates the region
used to weight the background fit.
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4.2. Refractive index of sucrose solution and lipid bilayers
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Figure 4.2: Relationship between sucrose concentration and refractive index Re-
fractive index of a sucrose-water solution versus sucrose content as sucrose
percentage (blue circles) taken from [225]. The data was fitted linearly over
the range of 0-20% (w/v) yielding nsu = 1.333 + 0.001482csu where csu is the
%(w/v) concentration of sucrose
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a b c

d

Figure 4.3: Phase images as function of Wiener filter SNR κ a),b) and c) show the
phase images of a vesicle calculated with a Wiener filter SNR of 104, 106 and
108, respectively. d) shows the values measured from the central column for
an increasing value of κ, Clearly demonstrating that no κ dependant changes
are seen after 106. Scale bars represent 50 µm.
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4.3 Measuring refractive index and lamellarity

To determine the refractive index of a POPC:POPE (1:1) bilayer, the optical path
length for GVs without concentration difference was determined, and compared with
the nominal path length for a given lamellarity. For this we used the central region to
analyse data for normal incidence on the bilayer. The central column was defined as
±5 pixels equating to 1.08 µm from the central point defined as halfway between the
peaks. The background was fitted using a linear fit and a weighting which masked
out the signal from the vesicle, which in this instance was selected as the position of
base of the peak by eye, this is shown in the black region demonstrated in Fig. 4.1.
The fit was then calculated for the entire profile and subtracted and the mean taken
for all values within the central column to yield ∆ϕ. When calculating the refractive
index of the bilayers (nB), Equation 4.1 was used where d is the bilayer thickness
and b is the number of bilayers in the optical path.

∆nB = ∆ϕλ
2πbd (4.1)

For a unilamellar vesicle this was two due to the bilayers, at the top and at the
bottom of the vesicle. In order to determine the lamellarity the refractive index
was calculated according to Equation 4.1 for b values 2, 4 ,6 and 8. From this the
resulting refractive index closest to the expected literature value was assigned as the
correct lamellarity.

Vesicles generated using only d.H2O allowed the determination of the refractive
index of the bilayer. The change of phase measured was used alongside the literature
values for membrane thickness and the equations detailed above to produce the
change of refractive index due to the bilayers present at the centre. When looking
at the average measured change of refractive index for Fig. 4.4, we calculated a
value of 0.1469 ± 0.002, n = 44, which we compared to the literature value of
0.1411± 0.001 to which showed a comparable error. However, with simulation and
fitting analysis undertaken, as described below, we improved our standard error by
using an optimised analysis protocol.

The systematic error was evaluated by calculating nB for each vesicle using the
minimum, maximum and average membrane thickness shown in Table 4.1. For this
analysis we used the minimum, maximum and average for each value to establish
a systematic error of 4% present in our measurements. These can be seen in the
graph shown in Fig. 4.4a, where the average change of refractive index for exemplar
GUVs are shown in bars one to four with error bars representing the standard error
calculated for differing literature values. The calculation of each bilayer had an
associated systematic error meaning a multilamellar vesicle was less reliable than a
GUV, consisting of one bilayer, as it had the lowest associated systematic error and
therefore GUVs were the most reliable for the calculation of nB.

4.4 Measuring sucrose concentration and lamellarity us-
ing central column

The change of phase at the vesicle centre was used to calculate the concentration
of sucrose in the internal solution, the change of phase extracted from the central
column of graph was input into Equation 4.2 alongside the assigned lamellarity (b)
to retrieve the refractive index of sucrose (nS) where r is the radius of the vesicle,
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Lipid composition POPC /nm POPC:POPE /nm POPE /nm
3.7 4.34
3.75 3.95
3.8 4.1
3.77
3.98

Average 3.8 4.13
Standard error 0.047854 0.087977
Total average 3.92
Standard error 0.0764605

Table 4.1: Summary of the membrane thickness literature values A summary of
the literature values for the membrane thickness of both POPC and POPE and
the resulting average and standard deviation for the data.[226, 227, 228].

Refractive Index Error Corrected Refractive Index
1.4728 0.0017 0.1388
1.4776 0.0017 0.1436
1.4774 0.0016 0.1434
1.4725 0.0026 0.1385
1.4751 Average 0.1411
0.0014 Standard error 0.0014

Table 4.2: Summary of the refractive index literature values Summarises the liter-
ature values for the refractive index of POPC. [226, 227, 228]

Figure 4.4: Refractive index analysis of POPC:POPE bilayers Refractive index dif-
ference of the lipid bilayers to water measured for exemplar vesicles and the
literature value for POPC. [226, 227, 228] Error bars represent the standard
error calculated from the minimum and maximum literature membrane thick-
nesses for vesicles A-D.
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Figure 4.5: Sucrose concentrations of measured vesicles Graph showing the calcu-
lated sucrose concentration for different assumed lamellarities for an exemplar
vesicle. The sucrose concentration could be thresholded between 0.3 and 0mM
indicating that the vesicle was bilamellar. The different series plotted are the
range of values calculated using the minimum and maximum literature values
of both membrane thickness and refractive index to show systematic error.
Calculated values for 3 and 4 bilayers have been omitted as the produce su-
crose concentrations below 0mM which is not experimentally accessible.

this was repeated for assigned lamellarities 1,2,3 and 4. The refractive index of the
sucrose was converted to percentage sucrose using the fit in Fig. 4.2. This percentage
was then converted to mM using Equation 4.3 and the lamellarity could be identified
by thresholding the data using the known maximum concentration difference of
sucrose initially in solution. As we knew the sucrose concentration we put into the
electroformation solution and subsequently the vesicle, and the fact that the external
solution is d.H2O, we knew the maximum concentration gradient possible which was
equal that of the electroformation solution.

∆nS = ∆ϕλ(2π)-1 − bd∆nB
2r (4.2)

Csu = 10000
342.3 csu [mM ]/[%w/v] (4.3)

The sucrose concentration gradient was calculated for b values 2 to 8 representing
uni- to quad- lamellarities. The maximum sucrose concentration gradient possible
was used to exclude lamellarities in Fig. 4.5. We were then able to allocate lamellarity
based on which value fell within our threshold. Vesicles were made and measured
with internal solutions of sucrose concentration (Csu) 0, 0.1 ,0.2 ,0.3 and 0.5mM,
for each concentration vesicles were classified based on lamellarity. Fig. 4.6 shows
the distribution of calculated lamellarites for each concentration of sucrose.

Whilst we were initially looking to quantify the internal sucrose concentration
to confirm we were achieving the planned 0.5mM sucrose concentration gradient,
surprisingly, when we analysed the vesicles containing 0.5mM sucrose all vesicles
were at least bilamellar, despite appearing unilamellar in epifluorescence. From
these results we theorised that the internal pressure was too great for a single bi-
layer to withstand. We made a calculation discussed in Section 3.1.3 to inform the
maximum concentration gradient implemented. From this we calculated 0.4mM for
diameters up to scaling as 1/diameter. For our purposes we needed a single bilayer
and therefore we needed to reduce the internal sucrose concentration and in turn
the internal pressure to be able to produce stable, unilamellar vesicles. To reflect
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Figure 4.6: The dependency of lamellarity on sucrose concentration A histogram
showing the proportion of lamellarity in the sample upon various internal su-
crose concentrations with zero external sucrose concentration.

the heterogeneous nature of the vesicles within a sample we refer to them as GVs
unless lamellarities have been defined.

To get a better idea of the effect of systematic error in this data from both the
membrane thickness and refractive index, values were calculated with combinations
of the minimum and maximum of both values. The range of values were plotted
around the average value as a separate series. It can be seen from the graph in
Fig. 4.5 that whilst the error was too large to determine the sucrose concentration,
it was sufficient to determine the lamellarity as bilamellar. These results suggests
that both 0.5mM and 0.3mM sucrose produce an internal pressure to great to
sustain stable unilamellar vesicles. d.H2O only vesicles were analysed primarily
to determine the refractive index of POPC:POPE (1:1) lipid composition and as
can be seen in Fig. 4.6 it facilitated the production of unilamellar vesicles. As we
calculated the maximum value to be 0.4mM we trialled 0.3mM however this only
produced bilamellar vesicles. Once we reduced the concentration to 0.2mM we
saw the emergence of unilamellar vesicles demonstrating that the internal pressure
was sufficient to support such morphologies. This was also observed in 0.1mM
samples, it was accompanied by an increase of higher lamellarities namely trilamellar.
Whilst this was a surprising result it can be understood as due to the nature of wire
electroformation pulling bilayers off the surface it could easily produce multilamellar
vesicles and as these additional bilayers would have provided additional stability
they could withstand higher internal pressures. This meant that their existence was
independent of the sucrose concentrations in the range we were using and therefore
doesn’t affect the validity of the conclusions made in this section. Using the results
discussed above we implemented 0.2mM sucrose as the electroformation solution
and therefore internal solution going forwards for the production of GVs in an aim
to facilitate the production of unilamellar vesicles.
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4.5 Summary of initial qDIC analysis

In an effort to produce stable GUVs we had to find the maximum concentration
difference that produced unilamellar vesicles. As seen in Fig. 4.6 even with no con-
centration gradient present across the membrane we expected a range of lamel-
larities due to the inherent variability of the preparation protocol as discussed in
3.1. Therefore, provided the chosen sucrose concentration could support unilamellar
vesicle synthesis and stability, which was seen when using a 0.2mM concentration
gradient it was suitable for our experiments. The cause of the increase in trilamellar
vesicles upon decreasing below 0.5mM sucrose is unknown however it is likely to be
statistically irrelevant as we had a small sample size. In light of this and the error
previously discussed, improved fitting using a robust fitting method for these phase
profiles gave more confidence when characterising the vesicles as well as accounting
for various parameters and features seen. One of these is birefringence which is the
influence of intra-bilayer lipid organisation on the qDIC signal, where slanted lipids
have an effect on the light.[229] This birefringence manifested as an effective refrac-
tive index which could’ve been adding to our error, therefore the later discussed
method was utilised to improve our characterisation.

Secondary to this fitting there was a gradient across the vesicle that became
evident upon normalisation (shown in Fig. 4.21). This is thought to be due to bire-
fringence. This birefringence is the difference between in-plane and out of plane, and
the polarisation of the two DIC sheared beams probes birefringence for polarisations
along versus across the shear. Going forward this will be incorporated into the sim-
ulation to allow GV data to be analysed for this effect, giving us another measurable
characteristic for GV analysis. When looking at phase profiles, the central column
showed greater variance than the peaks corresponding to the bilayer edge, this could
be due to the central column being further from the fitted region and a lower signal
increasing the signal to noise, producing additional error. For this reason the peaks
were incorporated into analysis via simulations to reduce error as described in the
following section.

4.6 qDIC GV simulations

As previously discussed, we expected a range of lamellarities independent of sucrose
concentration when forming GVs due to the inherent variability of the protocol.
Therefore, we needed a more robust method for the separation of the signal caused
by the bilayers and that caused by the internal solution. To do this we simulated
the overlap integrals expected upon interaction of a light cone with GVs. A full
description of the protocol is in Section 4.6.1.

This gave a direct calculation of the overlap integrals across the GV and allowed
us to calculate the resulting phase profiles to compare to those generated from
the experimental data. This simulation was calculated for the lipid bilayers and
internal solutions separately and then scaled for different lamellarities and internal
concentrations and summed to provide the total path difference. By generating the
bilayer and an internal solution profiles separately it gave us a full profile to compare
to our measured data to allow lamellarity and sucrose concentration gradient of
vesicles to be determined.
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4.6.1 Simulation methodology

All simulations were carried out using MATLAB 2021b.

4.6.1.1 Formation of the GUV matrix

A 50,000 × 50,000 matrix was initially filled with GUV dimensions at a given z
height for both the bilayer and the internal solution separately with a 1 nm in plane
resolution then binned out to give a 100 nm resolution slice, this resolution could
be changed using a scaling factor. We modelled a 30µm unilamellar vesicle. A
bilayer thickness of 4 nm was used close to literature values as discussed in Section
4.2. A refractive index of 1.47 was used, hereafter referred to as nBL. The refractive
indices for interior and exterior solutions for this matrix were defined as ni and ne,
respectively. These were set at 1.333, the refractive index of water as default, with
any sucrose concentrations calculated using Equation 4.3 and the fit in Fig. 4.2.

The matrix was filled by coordinate for every z plane, each coordinate had a
radius calculated using r =

√
x2 + y2 + z2. If r > rGV, n = ne, if r > rGV − d then

n = nBL, otherwise n = ni. Each z plane was then averaged in x and y to form
a 500 x 500 matrix. Upon completion of 100 z planes the 500 x 500 x 100 matrix
was averaged in z into a 500 x 500 matrix representing a 100 nm thick slice. On
completion of half the GUV (500 × 500 × 250) slices, the second half was created
using mirror symmetry.

Interior only matrices were filled using the same method as described above with
only the coordinates within the inner radius given a value other than that of water,
ni.

4.6.1.2 Formation of the cone matrix

A 3D matrix for the cone was produced to the same 10 nm resolution as before and
averaged to 100 nm. The x-y radii of the cone rilum at each z height was defined using
rilum = tan(θO)z corresponding to the opening angle (θO), dictated by a numerical
aperture of 0.72 in this case 0.57205 and a z being the distance from the centre of
the vesicle in µm. The values within these radii were calculated for each plane to
give a normalised cone given by 1

Number of pixels in cone area .

4.6.1.3 Generating overlap integrals

The overlap integrals are the dot products of the cone matrix at different positions
of the GUV Matrix, which represent the response of the GUV to the light in terms
of phase shift caused. The light cone was centred at the central plane of the GUV
matrix and shifted across its diameter to generate a phase profile. The GUV matrix
was padded with external medium points of value ne, which allowed the cone to start
completely outside of the GUV. The cone was moved through the centre of the GUV
calculating the total overlap integral at each point by calculating the dot product of
both matrices and summing all values in x, y and z. A profile was produced using
the total overlap integral at each x position at y position 250. The overlap integrals
for different positions along x were calculated using the circshift function to shift
the cone position without recalculating the matrix. By calculating the interior and
bilayer only profiles separately it allowed scaling of the interior by weighting the x
profiles with the changing ni − ne.
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The resulting phase profiles also showed the expected shape and scaled suitably
as seen in Fig. 4.8a and b, Fig. 4.8c shows a logarithmic plot of the edge of the
vesicle for both bilayer and internal volumes. The phase for each simulated pixel
was plotted against the distance from the edge of the signal start. From this we
deduced that at the point where the centre of the cone reached the vesicle edge
the overlapping area of the bilayer scaled as the square root, while the overlapping
volume scales with the power 3/2 as expected.

Fig. 4.9a and b show the difference in simulated and calculated phase for the
centre of each plot for bilayer and internal volume only plots, respectively. The
phase at this position was calculated using the method detailed in Section 4.4 for our
simulated values. These were plotted alongside the phase at the centre of each plot
and showed good agreement in values. The calculations were undertaken assuming
perfect imaging and therefore didn’t account for the fact that the radius of the light
cone was different at differing axial positions as seen in Fig. 4.7d. Accounting for
this we are confident that our simulations were a suitable quantitative representation
of our imaging system, this was further supported by the simulations discussed in
Section 4.9.2 where the central value changed with numerical aperture suggesting
that beam radius impacted this value. The effect that resolution had on these profiles
can be seen in Fig. 4.9, where the inner and outer integrals against resolution for
bilayer (c) and internal volume only systems (d) are shown. From this we determined
that the resolution had a significant effect on the integral value, for this reason we
extrapolated using the 10 and 50 nm measurements to the value at 0 nm, the true
integral value used for further profile determination as discussed below. These linear
fits were also be used to correct any simulations undertaken at lower resolutions. As
our minimum resolution was 10 nm no positional consideration was required when
scaling for bilamellar vesicles as any thickness changes of the bilayer (± 4 nm) were
below resolution. Once scaled to trilamellar and tetralamellar models the effective
thickness change was still considered negligible.

4.6.1.4 Defocus dependency

Phase profiles were calculated with the light cone matrix centred at an increasing
distance from the central focal plane of the vesicle. The illumination radius was
calculated at each z height according to rilum = tan(θO)zs − z where θO is the cone
opening angle, zs is the centre of the cone shifted by defocus amount.

4.6.1.5 NA dependency

The cone matrices were simulated for numerical apertures of 0.3, 0.5, 0.72, 0.95, 1,
1.15 and 1.25. Profiles of the overlap integrals were produced in the same way as
described above. Full GUV profiles were produced by summing interior and bilayer
profiles.

4.6.2 Profile analysis

A main motivation for the completion of these simulations was to evaluate the out
of focus effects of the light cone where the radius was larger. This was initially
undertaken to explain the edge effects where the peak didn’t start as sharp as one
would’ve naively expected, it was also realised that this could improve our calcu-
lations of lamellarity and sucrose concentration as we incorporated the peak edges
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a b

c d

Figure 4.7: 3D overview of the illumination light cone and GV volume Sketches to
demonstrate the interaction of the light cone in different orientations relative
to the GV. a) shows the light cone focussed on the vesicle edge at a point where
the light at the cone centre is on the centre of the vesicle, this generates a high
optical thickness and the start of the GUV signal. b) shows the light cone
focussed at the vesicle centre, this generates an optical thickness consisting
of the upper and lower bilayers and internal volume. c) represents the out
of focus conformation where the light cone is shifted above the central focal
generating an asymmetric response. d) shows the cause of the edge effects
where the higher and lower larger radii of the cone reach the GV before the
centre inducing signal prior to the peak

which were less influenced by the background. The experimental profiles showed a
slower increase when reaching the edge, as can also be seen in Fig. 4.16. Initially
we hypothesised that this was due to effects from where the cone is broader as it
hit the vesicle edge first out of the focal plane as illustrated in Fig. 4.7d. Later de-
focus effects were considered as represented in Fig. 4.7c. Fig. 4.13 shows a defocus
series up to a defocus of 16% of the diameter(0.16D) where it can be seen that
the edge had a more curved response however it was not to the degree observed in
the experimental profiles. We undertook simulations up to 0.334D, but we limited
analysis and corrections to the former as we discarded such measurements, this was
reinforced when looking at the high defocus profiles the internal geometries were al-
tered too greatly to be the full cause of the additional curvature of the profile edge.
The more curved response observed experimentally was therefore not solely due to
out of focus effects as we couldn’t describe it fully. To better describe this effect we
looked at the point spread function (PSF), an artefact arising from imaging out of
the focal plane or other beam broadening effects as latterly described. Beam broad-
ening is due to diffraction limited resolution creating deviation from the ray-picture.
Through fitting we aimed to quantify these effects to enable incorporation back into
simulations.

When modelling the signal for the simulations it was the optical thickness at each
voxel (Thickness · Refractive Index) that contributed to the overlap integrals via
addition. This allowed the direct scaling of signal as increases in optical thickness at
each voxel scaled linearly, meaning the complete profile could be multiplied up as the
thickness change was compensated by the effective refractive index change. Once
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0mM 0.5mM

5mM

Bilayer Interior
a

b

c

Figure 4.8: Simulated GV phase profiles a) shows the simulated phase profiles for the
bilayer only simulation as well as the interior solution only (0.1mM sucrose)
which were summed and scaled to produce the profiles shown in b) where
the differing ratio of central and peak heights can be seen. Simulations were
carried out for a 30 µm vesicle with a 4 nm POPC:POPE(1:1) bilayer. The
highlighted regions are those used in the generation of integrals from simulated
phase profiles and their dependency on lamellarity and sucrose concentration
gradient which were later used for the fitting of experimental data. c) shows
a log log plot of the phase of a given pixel against the distance from the start
of the signal highlighting the expected scaling for a volume (3/2) and for a
surface (1/2) of a sphere.
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a b

c d

Figure 4.9: Evaluating simulation accuracy a) and b) display a comparison of the
calculated and simulated values for the centre of a vesicle containing only
bilayers and internal volume, respectively. c) shows the effect of resolution on
inner and outer integrals for a unilamellar vesicle. The extrapolation shown
was calculated based on the 10 nm and 50 nm results and show the values used
going forwards. d) shows the same data for a 0.2mM sucrose internal volume.
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profiles had been generated for the lamellarity and sucrose concentrations, shown
above, the ratio between the height of the peaks and central region was altered as
can be seen in Fig. 4.8. The ratio was therefore, a parameter we used for fitting to
determine both lamellarity and sucrose concentration as discussed in Section 4.8.3.2.

The profile was integrated across the regions highlighted in Fig. 4.8 and a fitting
method for the integrated profile has been developed utilising the previously men-
tioned ratio change. When discussing the profiles, C was the centre of the vesicle
and defined as halfway between the peaks P1 and P2 which were the positions of
the highest value on either side of the profile. For symmetrised plots C was the first
value and P2 the max, with D, diameter, defined as 2 ·P2. The edge of the vesicle
E was the position for which the vesicle signal returned to 0 and as directed from
the simulations was defined as E = 1.57D. The range that integrals were calculated
from were defined as inner, C : C + 0.35D, and outer, P2 : E and calculated in
rad/µm. When interpreting these integrals and comparing experimental and simu-
lated values further scaling was undertaken as described in Section 4.8.3.2. Our first
model contained no PSF, beam broadening or birefringence parameters. We fitted
the background using linear regression using the same methodology as discussed
above, then integrated the profile further across an area in the centre and the peak
to generate parameters for comparison with simulations.

4.7 Identifying integrals for experimental comparison

When integrals were taken of both experimental and simulated profiles further in-
tegration was carried out for different intervals across the profile. When combined
into various ratios they were used to make different inferences and corrections to the
measured data. The integrals used and discussed further in this section are shown
in Fig. 4.10. The primary aim of this analysis was to use the ratio between peak and
central regions to determine lamellarity and sucrose concentration as discussed in
Section 4.8.3.2. However we also used a peak broadness ratio to measure the level of
defocus present in the sample as discussed below in Section 4.7.2 in order to correct
any defocus errors present in our measurements.

The peak broadness and the ratio of inner and outer integrals as indicated in
Fig. 4.10 were used to understand the profiles and the systems they arose from.
These were calculated from the profiles that had been fitted and cleaned using the
pipeline described in Section 4.8. Integrals for which both the sucrose concentration
and lamellarity impact were used for sample analysis whilst a ratio calculated from
within the outer region allowed the correction of any defocus present as well as any
artefactual broadness as discussed below.

Upon the addition of sucrose into the system the profile became more variable.
The more of the profile between the peaks incorporated the more the ratio became
dependant on the sucrose concentration and less on the defocus as shown in Fig. 4.12.

4.7.1 Peak broadness

Peak broadness is a measurement of the spreading of signal across the peak cor-
responding to the edge of the vesicle. The peak broadness was measured by the
ratio between P ± 0.015D. Variation in peak broadness could have arisen from a
multitude of factors not all accounted for in our simulations. Parameters of partic-
ular interest included point sample defocus, sucrose interior or the NA used. For all
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Figure 4.10: Integral determination from profiles Experimental graph showing the
regions for which the integrals were calculated in relation to the centre and
peak values of a specified vesicle to produce the ratios discussed.
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samples the PSF should have remained constant due to the resolution of the system.
These effects could most effectively be evaluated in samples only containing d.H2O
as both an internal and external solution.

The effect of resolution on GV phase profiles can be seen in Fig. 4.9 where the
integrals of simulations with different scaling are compared, extrapolation was un-
dertaken to determine the integral value as unaffected by resolution. For further
analysis fitting parameters calculated from simulations with a matching resolution
to the system were used and, as all values in the following analysis were used as either
a ratio or percentage change they required no further correction due to resolution.

The increasing peak broadness observed with increasing NA in both simulated
and experimental data was due to the increased opening angle of the light cone
which caused increased signal from outside the focal plane. As the illumination NA
was controlled and set at 0.72 for all the experimental datasets, apart from those
investigating NA, out of focus effects were attributed to defocus and subsequently
corrected. This change is discussed further below. When correcting for this defocus
we also corrected for other peak broadening effects such as NA calibration.

PSF effects were seen as a peak broadening identified primarily at the edge of
the profile as the GV signal returned to the background. This was seen as a step at
the edge of the profile as highlighted in Fig. 4.16.

A generalised peak broadness parameter was evaluated using an integral ratio
ηPB = (P + 0.015D)/(P − 0.015D) consisting of integrals taken across the identified
peak position and compared to the same simulated integral ratio. This relation-
ship is shown in Fig. 4.12a alongside the experimental data for this ratio, measured
with varying sucrose concentration gradients, demonstrating that the peak broad-
ness shows negligible dependency on sucrose concentration. We also calculated a
mean peak broadness of 0.8407 ± 0.0876 which suggested minimal dependency on
defocus which was supported by Fig. 4.11 which shows the defocus plotted against
peak broadness ratio for our simulated defocus series. The difference between our
calculated mean and that from the simulations of 1.0061± 0.02 provided us with a
measure of those factors not incorporated into our simulation. This created a factor
of 0.8356.

4.7.2 Evaluation of the effect of defocus

Simulations were undertaken shifting the centre of the cone up relative to the vesicle
as demonstrated in the sketch shown in Fig. 4.7c, the results can be seen in Fig. 4.13.

As previously mentioned artefactual peak broadness arising from defocus was
corrected via comparison to a simulated integral ratio. The tail ratio, ηtail, was
taken largely of the outside of the peak as well as some across the inside to be able
to incorporate a degree of peak broadness. For this tail ratio, ηtail = (P − 0.03D :
P+0.03D)(P+0.03D : E) as shown in Fig. 4.10, we take most of the integrated area
from the outside of the peak as it is less likely to be affected by the inner sucrose
concentration as seen in Fig. 4.12. Fig. 4.12 also shows the intervals from which the
integral ratio was calculated. This ratio was fitted to the simulated defocus following
a power log law with an R2 value of 0.9962 as seen in Fig. 4.14a. By comparing to
the measured ratio we determined the level of defocus and therefore the degree to
which we needed to correct as discussed below.

The change of inner and outer integrals compared to the zero defocus case as a
function of defocus can be seen in Fig. 4.14. Fig. 4.14b-d show the effect of defocus on
the profile was present in the regions used in the subsequent lamellarity calculations.
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Figure 4.11: Effect of defocus on peak broadness A graph to show how the peak
broadness ratio was affected by defocus levels, the ratio was plotted against
the defocus level in units of the radius. These simulations were carried out
on a 30µm vesicle.
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D = 0∙r D = 0.167∙r

D = 0.334∙r D = 0.667∙r

a b

c d

Figure 4.13: Defocussed GUV Phase Profiles A series of plots showing the phase
profile as the imaging became more defocussed. Simulations were carried out
using a 30 µm unilamellar vesicle that was defocussed by 0 µm (a)), 2.5 µm
(b)), 5 µm (c)) and 10µm (d)). As the radius was 15 µm these defocus levels
(D) equated to 0, 0.167r, 0.334r and 0.667r, respectively.

a b

c d

Figure 4.14: Dependencies of profile measurements on defocus A series showing
the effect of defocus on measurements including the B/A ratio used for de-
termining the level of defocus present in our samples in a). b) shows the
inner integral changes with the outer integral shown in d). c) demonstrates
how radii change with an increasing defocus level.
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a b

c d

Figure 4.15: Example data pre-processing a) shows the phase profile as measured di-
rectly from the phase image. b) shows the profile once symmetrised with
either side of the profile averaged together. Robust fitting was then under-
taken to produce the fit seen in c) which once subtracted left the profile in
d)

The inner and outer regions that were used in lamellarity and sucrose concentration
determination are shown in Fig. 4.8 and consisted of the first 35% of a symmetrised
profile and the peak to the edge of the profile equating to 28.5% of the diameter. It
can be seen that the inner and outer integrals changed with defocii according to the
fits shown in Fig. 4.14, with both fits having an R2 value upwards of 0.99.

4.8 Comparing simulations to experimental data

4.8.1 Symmetrisation

As previously mentioned birefringence within the sample caused an asymmetry be-
tween the two halves of the profile. Whilst this was a quantity we aimed to quantify,
in this first instance we aimed to remove these effects to allow quantification of the
lamellarity and internal concentration. A symmetrisation step also removed any
linear background slope present in our data. The profile was split in half about the
centre, C, with the first half being flipped in the x axis. In this way we created
an average between the two halves to remove the effect of birefringence. This is
hereafter referred to as the symmetrised profile and is shown in Fig. 4.15b.
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Full Phase Profile Symmetrised Phase Profile Normalised Phase Profile
a b c

Figure 4.16: Normalised profiles A series showing the progression of an experimental
dataset to the profile used to calculate lamellarity and sucrose concentration.
a) shows the full phase profile of the line cut from the phi image. b) shows the
profiles one they had been symmetrised where the first half of the profile was
flipped and averaged with the second half to mitigate any birefringent effects.
The background was then fitted and removed to produce the normalised
profiles shown in c).

4.8.2 Background fitting

Robust fitting and normalisation of profiles allowed integrals to be calculated and
compared to simulations. This background fitting removed any offset and remain-
ing background aberrations from the qDIC phase retrieval. Robust fitting was the
method used to fit the background of the profile without being as influenced by
any artefactual signal. As we knew that the background was our true baseline any
artefactual signal always appeared as additional signal. We could therefore fit the
background from underneath ignoring deviations for a set width, in this way we
fitted the background whilst being largely unaffected by additional signal. The vesi-
cle signal was omitted from fitting via masking with the edge of the mask set as
C + (0.595D). Fitting was undertaken from this edge value up until 1.75E. Once
the background had been fitted it was subtracted from the data to produce nor-
malised phase profiles. An exemplar of this process is shown in Fig. 4.15c and the
code used is in Appendix C.1.

4.8.3 Defocus correction

Utilising the previously calculated defocus for each vesicle the factor required to
correct the inner and outer integrals was calculated. Once we started to investigate
this defocus correction in comparison to our experimental data we adapted to better
represent the data collected and artefacts introduced by our set up. As vesicles are
symmetrical about the focal plane in z a negative defocus value that is differentiable
from the positive is not possible. Therefore, our tail ratio, which increased with
defocus, could not be lower than the minimum observed. As previously discussed
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Figure 4.17: Scaling the defocus response a) shows the histogram of the tail ratio of
all vesicles measured with the half maximum value shown. This value was
used to scale the defocus relationship as shown in b). It was this relationship
that was used to determine vesicle defocus.

there were some effects that we could not simulate for and therefore, save for arte-
factual and badly fitted datasets, we could account for some of these effects by using
the minimum dictated by our data. Fig. 4.17a shows the distribution of the tail
ratio of our measured data. The half maximum of the lower tail of the histogram
was taken as the value for 0 defocus and the simulated fits were scaled accordingly
as shown in Fig. 4.17b, with the original data shown in Fig. 4.14. Once calculated
the defocus was used to select suitable data with vesicles with a D > 0.28r being
removed from further analysis. Further selections are discussed below. Remain-
ing data sets were corrected according to their assigned defocii for both inner and
outer integrals to generate the edge ratio that was used to determine lamellarity and
sucrose concentration as discussed in Section 4.8.3.2.

The resulting defocus for all vesicles analysed is shown in Fig. 4.18a prior to
thresholding. Fig. 4.18b shows the same measurement after thresholding.

4.8.3.1 Further thresholding

Data was further thresholded by disregarding any vesicles with a diameter lower than
15µm. As the robust fitting was designed to reduce the influence of background
interference, as discussed above, we also used it as a measure of the interference
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a b

Figure 4.18: Sample defocus Scatter plots showing the resulting defocusD for all vesicles
measured (a)) and selected data for further analysis in b).

present in the data. It follows that if there was a lot of debris in the background
there was likely to be some in the optical pathway across the vesicle. To quantify,
the proportion of ’well fitted data’ was measured. A threshold was set at a 5mrad
difference between the fit and data, this was set after comparison of well fitted
dataset and poorly fitted dataset. The percentage of the fitted region that was
outside of this set threshold was calculated with any datasets containing less than
70% of data points with differences below the threshold being disregarded. Visual
thresholding was also undertaken where, by eye, any profiles that obviously were
an incorrect shape were disregarded and likely arose from a high background signal
generating an inability to fit and normalise the profiles correctly.

4.8.3.2 Fitting phase profiles

Remaining experimental phase profiles were integrated according to Equation 4.4
where 0.35 and 1.285 correspond to 35% and 128.5% of the vesicle diameter, respec-
tively. The integrals were defined as Inner phase (ϕI) and Outer phase (ϕO). The
relationship of inner and outer integrals with lamellarity is plotted and the gradient
of each returned the coefficients found in Equation 4.6, which, from our simulations
were ain = 13.79, aout = 4.781, bin = 15.31 and bout = 0.2921 .∫ 0.85

0.5
f(x)dx = ϕI

∫ 1.2850

1
f(x)dx = ϕO (4.4)

In turn, these were combined into the matrix used for data fitting according to
Equation 4.7. r0 is the radius of the simulated vesicle which in our case was 15 µm
and r being the radii of the measured vesicle, this correction term r0

r was used to
correct the integral difference for radii scaling. This had been simulated to show it
was a linear relationship as demonstrated in Fig. 4.19a for lamellarity and quadratic
for the internal volume (Fig. 4.19b). For this analysis the integrals of the measured
vesicle were combined into the vector −→ϕ as defined in Equation4.5.

−→ϕ =
(
ϕI
ϕO

)
. (4.5)

ϕI = ain ·L+ bin ·S ϕO = aout ·L+ bout ·S (4.6)
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a b

Figure 4.19: Radii dependency of integrals Simulations were undertaken to determine
the effect of radius on integral values, a) shows the linear dependency of
integrals with lamellarity in contrast to the quadratic dependency shown in
b)

(
L
S

)
= −→ϕ

(
ain bin
aout bout

)−1

(4.7)

Lamellarity = L

(
r

r0

)
[Sucrose] = S

(
r

r0

)2
(4.8)

The resulting lamellarity and sucrose concentrations from this analysis is shown
in Fig. 4.20 and indicated that the vesicles we were measuring were predominately
unilamellar. It is clear there is still error in these measurements as we expect our
measured lamellarities to be an integer, however we could assign vesicle lamellarity
nonetheless. As our vesicles were predominately unilamellar Fig. 4.12 demonstrates
we had the sensitivity in our technique to identify the difference between vesicles
containing 0 and 0.2mM sucrose. As discussed previously we observed differences
between simulated profiles and experimental as broadening effects arising from im-
perfect imaging. Although we have used these to try and correct the data through
defocus correction it could still be that these effects were causing additional area
under the curve and hence the additional signal attributed to lamellarity. Another
possible cause of the error observed here was arising from the symmetrisation step
as the averaging removed the effect of birefringence it could have led to some addi-
tional signal where the background wasn’t constant and averaging was insufficient to
remove this. These results showed an improvement to the method initially used as
we determined the lamellarity and sucrose concentration with more confidence and a
smaller range of lamellarities which, when looking at the peak height didn’t appear
to be the case. We also determined a difference in sucrose concentration and there-
fore determined that we were successfully establishing the intended 0.2mM sucrose
concentration gradient as evidenced by Fig. 4.12c. In this way we were able to con-
firm our GUV preparation protocol was working correctly, to improve the ability to
interpret this data additional components could be added to the simulations as the
better the simulations represent the experimental data the less error is introduced.

4.9 Further interpretation of phase profiles
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Figure 4.20: Measured lamellarity and sucrose concentration A scatter plot show-
ing the results from the comparison of experimental data with simulated
values. This plot shows that the majority of our vesicles were unilamellar
and contained under 0.2mM sucrose.
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Figure 4.21: Birefringence effect on normalisation Graphs showing the overall back-
ground fitting and subsequent normalisation (Purple), background fitting be-
fore the vesicle (Orange) and background fitting after the vesicle (Yellow),
highlighting the step change across the vesicle.

4.9.1 Birefringence

To fit experimental data all phase profiles were normalised. When carrying out this
step for the NA data set we found a directional offset still in the data with one
peak higher than the other (Fig. 4.21). When looking into the data at different κ
values it became clear that there was a step change across the vesicle accompanied
by a gradient present in between the peaks that was not present in the simulation.
Upon further analysis the gradient of the interior matched that of the post vesi-
cle background whilst the first peak was distorted. This could have reflected some
birefringence found across the sample akin to that we have measured in lipid rods
(unpublished data). For lamellarity calculation and general characterisation of the
profiles it was decided that symmetrisation of the profiles would remove this effect
for the remainder of the analysis to allow lamellarity and internal solution determi-
nation. As seen in Fig. 4.22, in an exemplar vesicle this change can be easily seen
and measured at 0.02 which is in line with expected. To fully quantify this effect it
would need to be incorporated into simulations and used to interpret experimental
profiles. A plan for these simulations is discussed in Chapter 8.

4.9.2 NA dependence

4.9.3 Acquisition of numerical aperture data

Data was acquired using the same acquisition parameters whilst NA was varied. 0.3,
0.5 and 0.72 were acquired using the dry close working distance condenser and 0.3,
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Figure 4.22: Measured birefringence A normalised profile with minimal background is
shown where the birefringence was measured as indicated by the arrow. In
this case it was measured at approximately 0.02

– 103 –



4.10. Discussion

0.5, 0.72, 0.95, 1.00, 1.15, 1.25 and 1.34 were taken using the oil condenser.

4.9.4 Comparison of numerical aperture data

To allow corroboration of our simulations we took data with varying NA sizes. Areas
of the profile highlighted for comparison were the height and shape of the outside
edge of peaks. In the simulated profiles the peak height decreased with an increasing
NA. To normalise the experimental data robust fitting and symmetrisation was
undertaken. As can be seen in Fig. 4.23a the profiles appeared to scale in the same
way with numerical aperture changes, a noticeable difference was the difference
between the peak height of increasing NAs in comparison to the overall peak height.
As highlighted in Fig. 4.23b the data taken with the oil condenser appeared to follow
the observed trend of an increasing peak height with a decreased NA, however, the
range over which this change occurred was significantly reduced. This suggested
that there were other effects inducing beam spreading and that a narrow beam
experimentally did not confer the same resolution, further evidenced by the height
of the peaks being altered. Fig. 4.23b and c also showed a similar trend where the oil
experimental data followed the simulated trend to a different scaling. The difference
in values seen between simulated and experimental data meant it became difficult
to make alterations for the error induced by the numerical aperture. Large changes
to the NA set experimentally did not incur the degree of augmentation of the profile
expected from the simulation. This meant small errors in this value were unlikely
to impact results as much as could be corrected for indicated by simulations. For
this reason no corrections were made based on these simulations.

4.10 Discussion

When calculating the refractive index of the bilayer we calculated nw + 0.1346
± 0.0036, leading to a total refractive index of 1.468. The standard error was
greater than that cited in literature (∼0.0016).[226, 227, 228] Seeing as this value
was reliant on using the membrane thickness, which for this composition had not
been determined, meant this was an additional source of error. Quantitative analysis
of iGOR data from these membranes will allow us to determine membrane thickness
for POPC:POPE, and subsequently reduce this error. The systematic error arising
from the uncertainty in this value was reduced when measuring vesicles with fewer
bilayers as was used with a lesser frequency during analysis. Other sources of error
for this method could be blurring of the vesicles arising from vesicle movement during
image acquisition. This was reduced by manually cropping images stacks in all
dimensions to improve vesicle alignment in each frame prior to averaging. Analysing
all κ values simultaneously reduced error arising from incorrect line placement. An
important consideration was deformation, as any deformation could have introduced
additional bilayers or increased membrane fluidity which could have added blurring
of the image. By imaging as soon as the GUVs had been produced, we minimised
the chance of this occurring. The epifluorescence images confirmed that this had
not occurred.

The systematic error for the measurement of sucrose concentration gradient was
similar to that of the refractive index change expected for the concentrations we
are using. However, by using the measured value of refractive index change due to
the bilayer we effectively eliminated this as any systematic error in the membrane
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a

b

c

d

Figure 4.23: Comparison of simulated and experimental NA variation The simu-
lated effect of a changing numerical aperture shown in the left panel with the
corresponding experimental data in the right.a) is a comparison of the full
profiles demonstrating the same shape with a changing numerical aperture.
It also shows that the peak separation wasn’t present in the same magnitude
as the simulations, suggesting the NA was not the only parameter responsible
for peak broadening. This is highlighted in b) where the same graphs are
shown zoomed to the peak region. c) shows a zoom in of the outer region of
the GV signal where the same spreading trend can be seen again to a different
magnitude. d) shows the region corresponding to the central region of the
GV where the same dependency of NA can be observed.
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thickness used was compensated by the refractive index calculated. This meant
that if the same membrane thickness and refractive index were used in the sucrose
calculation then the change of phase attributed to the bilayers should have not been
affected by this systematic error and be largely correct. This can be implemented
as a scaling factor in the simulations once we have robustly fit the background of
the phase profiles and have confidence in the measured phase change. Other sources
of error could have arisen during the preparation of sucrose solutions as they were
very low masses and could have been inhomogeneous. These sources of error did
not affect the determination of the lamellarity as the corresponding change of phase
caused by this error was insignificant when considering that caused by two bilayers,
corresponding to an increase in lamellarity.

Analysis of the 0.5mM sucrose data showed that the vesicles observed were
predominantly bilamellar. This was unexpected and highlighted a problem with
the GUV preparation protocol regarding the sucrose concentration gradient. We
hypothesised that this was due to the internal pressure being too great for a single
bilayer to withstand. To enable the production of stable unilamellar vesicles we have
determined the maximum sucrose concentration gradient that a single bilayer can
withstand to be 0.2mM which has lead to improved stability. It is also important
to ensure we were only observing one bilayer during quantitative analysis of the
membrane as this is the conformation of membranes within nature and therefore the
most biologically relevant.[230] For this we are in the process of generating fitting
methods for our simulated models to allow us to characterise a range of parameters
that influence qDIC response: Lamellarity, concentration gradient across membrane
and birefringence.

After incorporation of simulations into our analysis protocol we were able to
analyse experimental data using the whole profile. This improved our interpretation
as the peaks were less likely to be impacted by poor background fitting. To improve
our background fitting we implemented robust fitting which allowed us to be less
affected by background artefacts and therefore better fitting. This also provided
a measure by which to threshold the data as any datasets with many background
artefacts were discarded.

Comparison to the simulations allowed us to incorporate defocus fitting and cor-
rect for any defocus present in the sample. An increasing level of defocus showed the
spreading of the peak signal alongside changes to the inner integral. The outside of
the peak was used to determine defocus level as this was less affected by any internal
volume however both integrals were corrected by a factor determined by the simu-
lations allowing us to more accurately determine the integral size. The ratio of the
centre and peak heights were used after this correction to determine the lamellarity
and sucrose concentration of the vesicles. In this way we highlighted the error in our
initial work and gained confidence that our GUV preparation protocol was working
in the way we expected and predominately producing unilamellar vesicles containing
up to 0.2mM sucrose.

There are still slight errors present in this data as the measured lamellarities are
not integers, further simulations to incorporate other features of the vesicles into the
simulations such as birefringence could improve the our experimental interpretation.
Further simulations could also provide additional information into bilayer composi-
tion as in a POPC:POPE membrane differing ratios are likely to produce different
birefringent effects as POPE is more likely to change the polarisation state of the
light. Despite the fact that the lipid bilayer on the wire prior to electroformation is
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a 1:1 composition it may be that the vesicles do not have a the nominal composition.
This work provided an analysis pipeline for qDIC vesicle measurements to allow

development of the preparation protocol and understand the populations of vesicles
we are producing. It also provides scope for future work to further quantify features
identified from the profiles.
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Protein insertion into GUVs

To enable future work to observe membranes upon protein insertion, the protein
insertion into our model membranes had first to be developed and verified. To
observe the insertion of proteins into a membrane using iGOR, a protein of sufficient
size needs to be used. The following was undertaken as a collaboration with Colin
Berry’s group in line with their work on insecticidal proteins for food production. For
ease of incorporation into our experimental procedure App6Aa1 (historically known
as Cry6Aa1) was chosen as it also had been indicated to spontaneously insert into
bilayers at very low concentrations and was a protein of interest they had successfully
purified. It is a decemeric protein predicted to have a 4 nm inner pore diameter due
to its similarity to ClyA.[231] It is therefore expected to be observable using iGOR.
As the protein was known to insert into a binary lipid composition POPC:POPE,
that we have shown can exist as a homogeneous bilayer or a phase separated state
under stress, it, combined with our model membrane was expected to provide a
functional model to observe its dynamics and phase behaviour.

App6Aa1 is a Bacillus thuringiensis toxin that forms pores in the epithelial
cell membrane of the midgut lumen of insects without the need for receptors. This
provides a toxic effect as once ingested and inserted, the pore destabilises the mem-
brane permeability to various ions causing colloid-osmotic lysis.[232, 233, 234] The
protein consists of 475 amino acids and has a similar structure to other pore forming
proteins such as ClyA.[235, 236, 237] The protein has been shown to insert into the
membrane at concentrations as low as 100 fg/mL during electrophysiology experi-
ments. The protein was inserted into POPC:POPE (1:1) membranes in the presence
of n-decane.[238] pH has been shown to have minimal affect on insertion with pH
5.5 and 7.5 slightly more effective than 9.5, however a pH of 10 is optimal for pro-
tein solubilisation.[238] The protein has a stable secondary structure across a pH
range of 3 to 11. This secondary structure consists of 10 helicies and 2 beta sheets,
with the structure cross-linked by disulphide bonds. These overall generate a head
subdomain consisting of the residues closer to the C-domain which also contains a
beta-tongue and a tail domain from residues in the N-domain. The transmembrane
region is formed after a conformational change to release the head domain containing
the putative transmembrane region.[236, 239] The structure can be seen in Fig. 5.1

The protein insertion can be modelled on the structural studies undertaken on
the ClyA protein. The monomer undergoes a conformational change upon contact
with lipids where the beta tongue becomes a helical extension in the protomer. This
protomer then oligomerises to form a pore. The pore is formed from 12 monomers
and stabilised by 25 Hydrogen bonds and 13 salt-bridges. The transmembrane re-
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a b

Figure 5.1: App6Aa1 protein structure a) The protein structure as determined by
Dementiev et.al. [239] b) Cryo-Em structures of pore forming ClyA proteins
as presented by Orth et.al. [240]

gion consists of the beta tongue and the amphipathic helicies. These allow polar
residues to line the inside of the pore to allow the maintenance of the biophysical
properties, the non-polar residues allow the pore to insert.[231, 241] Prior to obser-
vation using iGOR we needed to confirm that the App6Aa1 pore was inserting into
our model membranes under our experimental conditions and to determine a suit-
able concentration for our purposes. The ideal concentration would be one resulting
in one pore (12 monomers) per region of interest, which for our field of view in iGOR
was about 64µm2. This posed difficulties as the vesicle density was highly variable
and therefore this concentration would change dependent on the vesicle density. In
this chapter I will discuss our preliminary experiments towards insertion protocols.

Upon the realisation that we could observe phase separation using epifluorescence
during protocol optimisation, discussed in Section 3.2.2, it was hypothesised that
we could use this to identify protein insertion as proteins have been shown to alter
the phase behaviour of lipid systems. Therefore we compared the measured phase
transition temperature (Tm) before and after addition of protein into the GUV
solution.[15, 22] This reflexively aided our protocol development as we measured the
phase transition temperature of the POPC:POPE (1:1) lipid composition which had
not been fully characterised. By confirming the phase transition temperature we
incorporated it back into our preparation protocol to ensure the lipid was always in
liquid disordered phase during GV formation.

An epifluorescence approach was then undertaken using a water-soluble fluo-
rophore in the vesicle centre. Pore formation was visible as a loss of internal fluores-
cence as the fluorophore exited through the pores over time. In principle, the lowest
observable rate of fluorophore loss from the vesicles should be a suitable concentra-
tion. The proof of principle study was undertaken by myself and the preliminary
study as it currently stands was undertaken during a BSc project with Oscar Hum-
merstone although it is first presented here as analysis was undertaken after his
involvement. After the optimisation of the GV preparation protocol described in
Section 3.1, GV samples stable for a time frame suitable for this experiment could
be prepared.

A GUV funnel was developed to facilitate the addition of protein during imaging,
as discussed in Section 5.3.
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5.1 POPC:POPE bilayer phase transition

For our preparation protocol to be effective our samples needed to be produced with
the lipid bilayer in its liquid phase. For our lipid composition the gel-liquid phase
transition temperature was not known. Thus a protocol was designed and carried
out to determine this transition temperature.

The phase transition temperature of lipid mixtures lies between those of the
individual species involved. As well as changing the transition temperature, the ad-
dition of lipid species into a composition broadens the transition in temperature.[67]
It was hypothesised that insertion of the App6Aa1 would alter the phase transi-
tion temperature and could therefore be used to confirm insertion for subsequent
experiments. The change didn’t prove to be sufficient for a conclusion to be drawn.
Further work to confirm insertion is discussed in 5.2.

5.1.1 Phase transition temperature in literature

Whilst many lipid compositions have been fully characterised, POPC:POPE in a
1:1 ratio has not to our knowledge. The pure lipids have transition temperatures
of -2℃ for POPC and 35℃ for POPE as given by manufacturers. A partial phase
diagram for POPE with the addition of POPC up to a molar fraction of about
0.22 is reported in [242] and shown in Fig. 5.2. By extrapolation of this graph to
pure POPC an approximation of the phase transition temperature was defined by
the equation: T = −26.913(Molar fraction of POPC) + 25.064. This gave an
approximation of 11.6℃, Fig. 5.2. The increased range of temperatures that the
lipids transition over means that this temperature was approximate.[242]

5.1.2 GV morphology during phase transition

Fluorescence and DIC imaging was used to observe the morphology of GVs and
identify effects of a phase transition. Liquid-gel phase transitions of vesicles could
be measured by altering the temperature during imaging as described in Section 2.4.
A phase separation was observed, Fig. 5.3d, due to the partitioning of the ATTO488-
DOPE into the POPC fraction. Once the temperature dropped to below the phase
transition temperature for POPE it started to transition into the gel phase. This
transition caused the POPE in the gel phase to separate out from the POPC, to
some degree, as it transitioned at a lower temperature. ATTO488-DOPE has a
lower phase transition temperature and was therefore more likely to be contained
within POPC regions. This partitioning caused dark patches across the surface
as the POPE regions contained minimal fluorophore. Alongside this the membrane
surface took on a different conformation, with the surface becoming facetted as areas
of gel phase lipids formed as seen in Fig. 5.3a and b. The gel phase is quite stiff,
and it is energetically favourable to have flat regions and edges of disorder between
them, maybe still containing the liquid phase lipid.[243] The phase transition from
the gel phase to the liquid disordered phase was seen after re-heating from below
phase transition temperature. Once the vesicle transitioned out of the gel phase it
destabilised and increased the fluctuations observed as the surface area expanded,
so it became non-spherical, and the liquid phase was flexible, so it could fluctuate
in shape. It was seen when the vesicle became destabilised and the membrane
began to fluctuate to a much higher degree often causing deformation events such
as that observed in Fig. 5.3c, and on a lesser scale in c. This change was due to the
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Figure 5.2: Partial phase diagram for POPC/POPE The partial phase diagram used
to determine composition phase transition temperature - "The gel-to-liquid
crystalling phase-transition temperature of POPE as a function of the percent-
age of POPS (black square), POPS plus 10mM CaCl2 (black circle), POPC
(square), or POPC plus 10mM CaCl2 (circle) added to the membrane". [242]

constriction of the vesicle when it was cooled causing the loss of internal solution
which upon expansion of the membrane once heated caused destabilisation.

The phase transition was observed upon cooling by a phase separation across
the surface of the vesicle or a change in the appearance of the membrane. This
was repeated for samples containing 0.08mg/mL App6Aa1 protein. Protein sample
preparation was undertaken by Lainey Williamson and Colin Berry.

5.1.3 Determining 1:1 POPC:POPE phase transition temperature

A vesicle at room temperature (20℃) was cooled using the slide heater described
in Section 2.4 and dry ice where required. The temperature was decreased to 10℃
or beyond if no change had yet been observed. Image series were taken at 1 s
intervals, as described in Section 2.7, as the temperature was decreased and recorded
manually. Once gel transition had been observed, either by membrane dimpling or
phase separation, such as those seen in Fig. 5.3a,b and d, the process was repeated
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whilst warming the sample using the slide heater until the membrane was observed
destabilising as in Fig. 5.3a and e. The rate was determined by the slide heater, the
goal temperature was set and the maximum rate achievable used. On average this
was about 40 s per degree when cooling and 10 s per degree when heating. Dry ice
was used for cooling trying to maintain a slow cooling rate to ensure the temperature
could be recorded.

The lower limit of the phase transition temperature was defined by the lowest
temperature a change was observed upon heating and the upper limit was defined by
the first temperature a change was observed upon cooling. Under observation the
phase transition temperature of the POPC:POPE:ATTO488-DOPE (50:49.9:0.1)
was measured as between 14.5 to 12.5℃. The lower limit was averaged out over
three heating experiments and the higher over three cooling experiments. These
replicates were all independent as after each vesicle had been through a cooling and
heating protocol the vesicle was destabilised and deformed.

5.1.4 Phase transition temperature upon App6Aa1 insertion

Based on the literature, initially a concentration of 2.5e-12 g/mL App6Aa1 was
chosen.[238] However, the phase transition temperature was measured as between
12 and 14.8℃ showing no change to the control given the accuracy of our method.
When the concentration App6Aa1 protein was increased to 0.35 g/mol we observed
vesicles experiencing high levels of deformations, an example of which is seen in
Fig. 5.4. Using a range of protein concentrations (0.008, 0.04, 0.0825 and 0.175 g/mol)
the lower limit of transition was observed at around 10℃ and a higher limit change
between 15 and 16℃ n = 10, but a clear trend could not be deduced as there
were vesicles in the sample showing changes of membrane phase at temperatures
within the control range. All experiments using the range of concentrations were
used together as no distinction could be made. These vesicles could be those with-
out a protein, however this was deemed not sensitive enough to confirm the protein
insertion.

5.1.5 Summary

The results gained from this study did indicate a change due to the protein insertion
and with more sensitive recording equipment, such as in conjunction with iGOR,
this could be a viable method for the measurement of protein insertion. However,
due to the human error involved with this protocol mainly the recording of the
temperature change with frame this protocol was sufficient to find a range for the
GUV preparation but the error meant that the change for protein insertion was
insufficient to make any conclusions.

5.2 Pore formation probed by leakage

Vesicles in this section were prepared using the nominal procedure as described in
Section 2.2.1 with 0.5mM sucrose and the specified concentration of fluorophore as
an internal solution. The lipid composition was POPC:POPE (1:1) unless otherwise
stated.
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a b

c

d e

Figure 5.3: Phase transition Fluorescent images Fluorescence images of
POPC:POPE 1:1 GVs in solution prepared at 20℃ with an internal
sucrose of 0.5mM demonstrating the morphological membrane changes
observed indicative of a phase transition. a) Upon cooling the membrane
below 12℃ was seen to gain an irregular, facetted surface as some of the
lipids transitioned into gel phase while phase separating into different mole
fraction mixtures, for which a more pronounced effect was seen in b). d) A
phase separation could be seen across the surface of the vesicle by the dark
patches. Upon heating, deformation was seen in c) of a vesicle destabilising
across a temperature increase also shown in e). The scale bar represents
50 µm for all images
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Figure 5.4: Deformation with high protein concentration Epifluorescence images of
vesicles observed in solution with 0.35 g/mL App6Aa1 protein showing defor-
mation. Scale bars represent 50 µm.

5.2.1 Fluorophore choice

When using the negatively charged fluorophore Rhodamine-6G at a concentration
of 30 nM we found disruption to the electroformation as demonstrated in Fig. 5.5a,
where samples did not contain vesicles of a sufficient diameter. Images were taken as
described in Section 2.7, the membrane was probed with ATTO488-DOPE to allow
vesicle membrane to be observed. This effect was seen even at low concentrations of
70 pM. When we switched to a neutral dye we were able to maintain the efficacy of
the electroformation procedure. As the dye had an overlapping fluorescence spectra
with the membrane pore, it has an excitation wavelength of 492 nm and an emission
of 517 nm, no membrane fluorescence probe was used. Images were taken as specified
in Section 2.7 using 10% lamp power. Co-localisation of the 5(6)-Carboxyfluorescein
and vesicles using DIC is shown in Fig. 5.5b, where the DIC data was acquired as an
average of 256 frames with a 0.12ms exposure time and an angle of +15 °. This con-
firmed that this water-soluble fluorophore could be internalised into vesicles without
disrupting the electroformation. We used the filtration to remove the fluorophore
from the outside solution as described in Section 3.1.4. We required a concentration
gradient of the fluorophore large enough that any changes were easily observed. It
was also important that when a pore was produced the fluorophore moved down its
concentration gradient into the external solution, where it became insignificant due
to the sample volume. This was mostly dictated by the fluorescence intensity being
well observable. The osmotic pressure was negligible, and the relative concentration
inside/outside was dictated by our filtration step. As we used a flow, our minimum
reduction in this step was a purification factor of 60 from which the fluorophore in
the outside medium was small enough to provide suitable contrast as seen in Fig. 5.7
and have negligible effect on osmotic pressure. A 5(6)-Carboxyfluorescein concentra-
tion of 5e-7M proved sufficient for these purposes as indicated by the low background
and high vesicle signal seen in the intensity profiles as shown in Fig. 5.5c and d. This
also shows that the filtration method was exchanging the outside medium effectively.
In this experiment, to date, we have shown that 5(6)-Carboxyfluorescein could be
incorporated into vesicles as an internal solution, removed from the external solution
and remained there over the course of 24-48 h for GVs which were stable over that
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a b

c d

Figure 5.5: Fluorescence and DIC images of dye filled GVs a) represents the sam-
ple as produced in an electroformation solution of Rhodamine-6G demonstrat-
ing the inability to form vesicles of a suitable size. b is a composite images
demonstrating colocalisation of the internal 5(6)-Carboxyfluorescein dye and
DIC images containing no bilayer fluorophore. c,d) show examples of vesi-
cles with 5(6)-Carboxyfluorescein dye showing we could generate a contrast
between internal volume and background. Scale bars represent 50 µm

interval.

5.2.2 Imaging protocol

The problem of photobleaching is highlighted in the graph shown in Fig. 5.7c of
a vesicle imaged at the same place 1 minute apart using a lamp power of 100%
using the 10x objective with Fig. 5.7d showing the reduction of photobleaching when
using 10% power. To limit the effect of photobleaching no technical replicates were
taken on the same vesicle as different vesicles in the same sample were considered
independent repeats. The main cause of uncertainty during this experiment was the
deformation of the GVs observed during protocol optimisation. Line cross–sections
of each vesicle were compared as shown in Fig. 5.7a and b. This is indicated in
the graph in Fig. 5.7e where the maximum intensity of all vesicles with diameter
above 5µm were measured. This graph appears to show that the day 2 vesicles were
smaller. This could be indicative of loss of internal volume and subsequent loss of
membrane as budded vesicles, resulting in a smaller vesicle. It could also be due
to measurement bias and the instability meaning different vesicles were measured
each day. There were a differing number of vesicles on each day which also indicated
instability. To be able to separate the effects of deformation and photobleaching the
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stability issue of the GVs was corrected as discussed in Chapter 4.

5.2.3 Maintaining fluorophore concentration in GUVs

When analysing the control samples containing only GVs and 5(6)-Carboxyfluorescein
the intensity profiles of the vesicles were compared. These profiles and their corre-
sponding vesicles are shown below in Fig. 5.7a and b these show that the fluorophore
remained within the vesicle and could not cross the membrane. The retention was
difficult to estimate due to factors such as photobleaching and the difficulty mea-
suring the same vesicle populations due to sample change over this time frame. An
average maximum intensity of 143.31 and 105.02 for day 1(n=10) and 2(n=8), re-
spectively demonstrated a loss of 27%. An anomalous result was the vesicle showing
a maximum intensity of 250 on day 2, higher than any from day 1. One explanation
for this could be the loss of bilayer material through small tube production as this
would not have taken internal volume. The ability to measure vesicles on day 2
with a measurable contrast to background due to 5(6)-Carboxyfluorescein provided
confirmation that the membrane was impermeable to the fluorophore in the absence
of external factors.

5.2.4 Loss of fluorophore upon pore formation

Vesicles prepared for the experiment using 0.08mg/mL protein were a POPC:-
POPE:ATTO488-DOPE (50:49.9:0.1) lipid composition, with those prepared for
0.7mg/mL remaining as POPC:POPE (1:1). Protein addition and imaging was un-
dertaken as described in Section 2.6.1.1 in enclosed samples. Fig. 5.7e and h are
examples of vesicles taken 1 day after the addition of 0.35mg/mL and 0.08mg/mL
Cry6Aa1 respectively and show the loss of fluorophore from the vesicle and an ex-
tensively deformed vesicle, the sample contained no such morphologies on day 1.
However, these images were taken when we had possible contamination and at low
sample sizes we could not reliably make conclusions on the causes, however it did
indicate that this methodology should work.

The large-scale deformation seen in Fig. 5.7e with many internal vesicles was
likely to be due to the protein insertion as there was no indication that bacteria would
cause this effect. This conformation was not observed in samples not containing
protein but likely contaminated. It was a much larger effect than seen due to GV
instability. A possible mechanism for this was the destabilisation of the membrane
due to protein insertion causing additional fluctuations which were minimised by an
invagination event causing a vesicle filled with external solution to form, as it was
seen that the internal vesicles contained significantly less fluorophore. A schematic
of this hypothesis can be seen in Fig. 5.6. In this way the membrane minimised the
effect of the pores without losing all internal volume as we also observed pockets of
high fluorescence within the structure. This explanation assumed the loss of pore
upon the deformation event as otherwise the internal volume would have had a near
homogenous distribution of fluorophore however there is evidence for short pore
lifetimes.[238] These results gave us a ball-park figure for the tolerance of the GVs
for protein insertion.
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Figure 5.6: Schematic of hypothesised mechanism forming internal vesicles con-
taining no fluorescence A schematic where the fluorophore filled vesicles are
in a protein environment (purple) leading to a destabilised and invaginating
membrane causing internal vesicles to form containing no fluorescence.

– 117 –



5.2. Pore formation probed by leakage

0 10 20 30 40 50

20

40

60

80

100

120

140

160

180

200

B

A

 B

0 20 40 60 80 100 120 140

100

200

300

400

500

600

700

800

C

A

 C

C
o

rr
ec

te
d

In
te

n
si

ty

C
o

rr
ec

te
d

In
te

n
si

ty

X position (µm)X position (µm)

C
o

rr
ec

te
d

In
te

n
si

ty
C

o
rr

ec
te

d
 in

te
n

si
ty

Vesicle diameter (µm)

Day 1 Day 2

X position (µm)

X position (µm)

M
ax

im
u

m
 In

te
n

si
ty

a b c

d

e

f

gf h

Figure 5.7: Summary of Cry6Aa1 insertion experiments a) and b) Epifluores-
cence images and their corresponding intensity profile across the middle of
the centre of the vesicles from day 1 and 2, respectively, containing only 5(6)-
Carboxyfluorescein. a) Shown in high contrast to highlight clear background.
c) Effect of photobleaching intensity of the same vesicle after 1 minute at
100% lamp power as compared to d) 10% lamp power under continuous illu-
mination. Intensity is shown after dark counts (192) had been removed. d)
shows the vesicle centre intensity and diameter of a sample from day 1 to
day 2, prepared using nominal procedure. e) and f) Effect of 0.35mg/mL and
0.08mg/mL Cry6Aa1 addition, respectively, vesicles also contained ATTO488-
DOPE in the membranes. g) Co-localisation of 5(6)-Carboxyfluorescein with
the vesicles using a composite of an epifluorescence image and a DIC image
of the same frame of interest. h) A comparison of the maximum intensity
measured for each vesicle on day one and day two showed an average decrease
in intensity.
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5.2.5 Drawbacks and limitations

When observing the control, we identified that the stability issues we were experi-
encing with the GVs were rendering these results unreliable. With varying degrees
of GV deformation occurring in the sample, the internal volume of vesicles changed
and therefore so did the concentration of internal dye independent of the protein.
This could have occurred via various processes such as the formation of internal vesi-
cles containing external solution and decreasing the internal volume, and the loss of
internal solution within vesicles. Another effect of the deformation was the inability
to correlate the vesicles from different imaging sessions especially at low leakage
rates and longer time intervals. This was challenging as these were the conditions
we were most interested in.

5.2.6 Preliminary study

A similar approach was taken as before where 0.5 e−7 mM 5(6)-Carboxyfluorescein
was added to solution before electroformation and therefore incorporated into the
vesicles and subsequently filtered out of the external solution. Controls were estab-
lished and taken through the same protocol as the samples with the App6Aa1 protein
added. This allowed us to observe protein insertion. It is worth noting that both the
5(6)-Carboxyfluorescein and the ATTO425-DOPE could be measured when using
the GFP filter but only the bilayer probe with the custom blue. A sterile environ-
ment was introduced in the preparation of these samples eliminating contamination,
this was confirmed by checking samples for bacteria in DIC. These experiments were
repeated in excess of 20 repeats however for many of the experiments the vesicles
although measured did not produce data suitable for analysis either through lack
of measurable internal fluorescence signal or unstable vesicles with either internal
defects or insufficient size. This left a small sample size of approximately n=10 in-
dependent replicates and therefore an example of a control and protein sample were
chosen and analysed to demonstrate proof of principle as discussed below.

The introduction of "Open samples" reduced the need for controls as we could
measure the vesicle before and after protein addition meaning vesicles could act as
their own controls. This is seen in Fig. 5.8a where vesicles were holding an observable
amount of 5(6)–Carboxyfluorescein for at least 40min and subsequently loosing it
after addition of 7 µg/mL protein. There was a decrease in counts in the green
channel in the centre of the vesicle, where intensity was predominately from the
internal solution. At the same position the intensity of the blue channel decreased
less suggesting that this effect wasn’t solely due to photobleaching. In the control,
the maximum value of the green channel showed an 8.01% reduction, compared to
1.62% for the blue after a 40min incubation. The vesicle to which 7 µg/mL had been
added showed a 7.57% reduction in the blue channel corresponding to the bilayer and
a 68.23% reduction of the fluorescence observed in the green channel. These results
can be seen in Fig. 5.8c, a change of shape can clearly be seen, before the protein
was added the signal was dominated by the internal volume in contrast to the shape
corresponding to a bilayer dominance after addition. These were compared to the
shapes observed in the control sample where the dominance of internal and bilayer
volumes did not change for each channel. They could also be compared to the shape
of profiles simulated and analysed in Chapter 4.

An observation during the protein insertion was the phase separation observed
on the bottom of the vesicle Fig. 5.9c, where the florescence was seen separating out

– 119 –



5.2. Pore formation probed by leakage

C
o

n
tr

o
l

+ 
0

.0
0

7
 m

g
/m

l A
p

p
6

A
a1

60mins after production +40mins

0 20 40 60 80 100 120 140

0

200

400

600

800

1000

F
lu

o
re

sc
e
n
ce

 /
 a

.u

X Position / µm

 Green (Before)

 Blue (Before)

 Green (After)

 Blue (After)

0 20 40 60 80 100

200

250

300

350

400

F
lu

o
re

ce
n

ce
 /

 a
.u

X Position / µm

 Green (After)

 Blue (After)

 Blue (Before)

 Green (After)

a b c

Figure 5.8: 5(6)-Carboxyfluorescein loss from GV after App6Aa1 addition a)
False colour epifluorescence composite images before protein addition with
b) showing the same GVs imaged 40min later showing retention of fluo-
rophore in control samples in contrast to the loss observed after the addition
of 0.007mg/mL App6aA1. c) shows the graphical representation of the flu-
orescence cross-section in both channels for all vesicles. The internal volume
can be seen dominating in the green channel in the control vesicle both before
and after in contrast to the bilayer dominance seen in the green channel after
protein addition.
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ba c

Figure 5.9: GV morphology from GV after App6Aa1 addition a) and b) DIC
images of vesicle before and after 0.007mg/mL App6Aa1 addition, showing
the induction of a non spherical conformation of the vesicle cross-section. c)
False colour composite image of the lower surface of the vesicle after addition
demonstrating extensive phase separation of the membrane in this region.

of areas. This effect was predominately the bilayer probe. Fig. 5.9a and b, show the
DIC images measured at an angle of +15 ° before (a) and after (b). A clear change
in the membrane was seen where an area of inverse curvature was observed. Whilst
this could be an example of membrane conformation change due to pore insertion
it can be seen in Fig. 5.9a that before protein insertion the bilayer was already not
spherical in this area. It is therefore unknown whether this was a protein effect or a
due to the open conformation of sample imaging, however as shown in Fig. 5.10 this
phase separation was observed in other protein samples.

The maintenance of intensity in the green channel had been measured across dif-
ferent control samples as seen in Fig. 5.8 where we had established that vesicles could
hold onto 5(6)–Carboxyfluorescein. This figure displays results that demonstrated
a clear difference between the control and protein samples. However, insufficient
samples sizes were acquired during this short term BSc project to confirm insertion
in a statistically relevant way. When we tried to repeat this experiment to gain
additional data sets for statistical analysis we encountered solvent contamination
arising from this project, delaying this work.

5.3 Use of imaging funnels

To improve the use of ’open’ samples and prevent oxidation effects we aimed to
generate a smaller contained volume with additional stability. This was required as
a droplet on a surface relying on surface tension was not a reliable system for these
experiments. Any disturbance would have caused the droplet to spread causing
the loss of sample. By containing the sample droplet in a funnel we were able to
produce a stable imaging volume that we could add to and manipulate. This also
allowed us to better control the concentration of GVs as we could manipulate the
GV solution during imaging using a small volume pipette through channels on the
side. This was kept to a minimum as any manipulation could have damaged GVs.
This is also an imaging system that can work across the both microscopes making it
compatible with iGOR imaging which is the goal after protein insertion into vesicles
is confirmed.

We designed a few iterations of funnels aiming to allow the exchange of solution
during imaging. These are shown in Section 2.2.2.3. Initially it was designed with
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Figure 5.10: Epifluorescence images of phase separation after App6Aa1 Epifluo-
rescence images of phase separation in GV samples after 7 µg/mL App6Aa1
was added. All examples show regions of differing fluorophore concentration
with some having excluded it completely, indicative of phase separation. Im-
ages were acquired using the GFP filter. Scale bars represent 50 µm.
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a b c d

Figure 5.11: 3D printed funnel used for GV imaging Images a-c) show the original
funnel printed with a) glued to a dish. d) shows a modified design designed
to prevent unwanted capillary action.

four channels connecting at a central well. It was this central well into which so-
lution was added and a small coverslip placed on top to avoid evaporation and air
flow perturbations. When using this iteration of the design, capillary action of the
channels was sucking the liquid out of the central well and away from where we could
image. To combat this we changed the design to make the top of the channels start
further back, however, we encountered the same effect still causing capillary action.
For imaging, this device was used with a greater volume of sample to completely fill
up it’s volume preventing loss from the central well. In this way we were able to
maintain a volume suitable for imaging however this volume extended beyond where
we could image meaning diffusive movements could take GVs outside an observable
region.

Further iterations to remove the effect of this capillary action involved removing
the top of the channels all together. However, to still generate a ledge onto which the
small coverslip could be placed the channel had to be shallow otherwise we found we
were still generating the unwanted capillary action. In the funnel shown in Fig. 5.11d
we were able to generate an imaging volume into which we could add GV solution.
This was then used in an attempt to obtain better controls for the preliminary
study. The maintenance of an internal dye could be measured over a time frame of
1.5 h to provide the controls for the data such as that shown in Fig. 5.8. When this
was attempted we found that in preventing the capillary action we were not sealing
off the funnel efficiently enough and therefore inducing movement of vesicles upon
imaging. This movement was too great to obtain images of a sufficient quality as our
minimum exposure time was 100ms and even at this temporal resolution blurring
was observed. As we had identified 5(6)-Carboxyfluorescein as being susceptible to
photobleaching the increased time involved in gaining a good image of a moving
vesicle would have rendered results inconclusive as the internal solution would have
been likely to photobleach. A further iteration was developed in which only one
channel remained, reducing the circulation that could occur in this system, thereby
reducing the movement of vesicles. This was found to be insufficient with vesicles
still exhibiting blurring effects although in this case it seemed to be induced upon
illumination of the sample. In theory with careful imaging and limited exposure
times we could use this iteration for protein controls.

These results show a pipeline for the analysis of protein insertion into lipid
vesicles once the funnel has been developed. The funnel will give us a suitable
imaging system for which we can produce sufficient controls to fully confirm protein
insertion into our vesicles and take onto iGOR imaging. Design changes planned
include altering the gradient of the channels and using 2 channels to allow the flow
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of solutions through the channel with a sufficient seal to prevent unwanted movement
of GVs.

5.4 Discussion
Results from measuring the phase transition temperature did not show sufficient
accuracy to determine a change upon protein insertion. This was due to the extended
range of the phase transition due to their binary composition.

An alternative protocol was developed to identify pore formation by observing
the loss of an internal fluorophore. Initial experiments allowed us to develop the
protocol to produce vesicles containing an internal solution that was removed from
the background. We assessed methods of imaging with an aim to minimise pho-
tobleaching effects for which we established that the bilayer fluorophore was more
photostable than the 5(6)-Carboxyfluorescein and methods for which we can quan-
tify to correct the effects. Upon realisation our samples were contaminated and we
were still experiencing large scale deformation events these results were disregarded.

By eliminating sample contamination we were confident that any loss of fluo-
rophore seen was due to protein pores. This loss of fluorophore remained hard to
quantify due to the effect of photobleaching which was not necessarily even across
all samples due to varying imaging times. Using DIC to locate and initially image
these vesicles reduced this effect as it used a wavelength which was not absorbed and
a much lower intensity. In principle, we could quantify concentration of fluorophore
inside the vesicle using the approach discussed in Chapter 4. Another method to
avoid photobleaching the 5(6)-Carboxyfluorescein was looking for vesicles using the
blue filter cube as the transmission region didn’t overlap with the fluorophore. We
would therefore only be photobleaching the bilayer fluorophore which was more sta-
ble and not used in further quantification. It also reduced sampling bias that might
have occurred in samples with less fluorophore in their interior which would also be
the case when using DIC to locate vesicles.

We have shown that we can observe a change in loss rate of fluorophore across
a lipid bilayer upon the addition of protein, these results indicated protein insertion
into our model membranes. These results show that we have a working protocol
to assess protein insertion into lipid bilayers, however we did not have sufficient
controls to conclude in terms of concentration dependency. Improvements to this
technique are being undertaken in terms of imaging funnels as discussed, with new
devices designed to generate a more stable way of measuring these samples. Once
working we can add to our control dataset to gain statistically significant results
and transition to imaging with iGOR.
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Chapter 6

Interferometric gated off-axis
reflectometry

Interferometric Off-axis reflectometry (iGOR) is a form of digital holography that
measures the complex field a signal using its interference with a reference beam. A
plane wave (a focussed beam with a large beam waist compared to the wavelength,
here typically a few 10µm size) is used to excite a sample, here a GV which scatters
light in all directions, as shown in Fig. 6.1. The light scattered in the epi-direction is
collected, generating the signal field. As iGOR is a wide-field technique that, in our
case can be retrieved at a frame rate of 327Hz, it provides a fast, label-free method
for probing dynamics. The signal is measured in both co- and cross- polarisation
directions, co- and cross-polarised to the excitation field. The signal can be refocused
using the known field propagation in space. This refocusing capability is enabling
three-dimensional tracking of organic nanoparticles as described in Chapter 7. In
terms of the GV measurements this provided an opportunity to shift the focal plane
to the top of the vesicle. The frame rate provided a temporal resolution of 3ms,
which, coupled with sub-nm resolution in membrane thickness and axial position
provides a step change in label-free biological imaging.

By using an external reference beam we avoided the requirement of techniques
such as iSCAT to measure objects within a few microns of a glass-water interface,
allowing the measurement of a suspended region of the model membrane unveiling
the true dynamics of a membrane without a support.[131, 133, 134] The incident
light on the membrane was here chosen linearly and the primary analysis was un-
dertaken on the data measured in the co-polarised channel. This is because it was

Imaging of 
scattered 
complex field 
in epi-
direction
(Signal field)

GUV

Excitation by 
plane wave

Figure 6.1: Sketch of GV excitation A sketch illustrating the excitation of, and the
scattering from a GUV when imaging using iGOR
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created by the bilayer independent of in-plane birefringence or surface curvature.
The image observed in the cross-polarised channel required a change of the polari-
sation state of the light, which, in the context of GUVs could be attributed to the
in plane birefringence of the bilayer. This arises from an anisotropic molecular or-
ganisation of the bilayer such as tilted lipids in the bilayer or the geometry due to
the curvature leading to a reflection plane different from the polarisation plane of
the excitation.[229]

Suspended model membranes are a biologically relevant class of models whose
dynamics are not well reported in literature, the suspended nature of these mem-
branes mean they can freely fluctuate restricted only by the edge walls and remainder
of the model. This makes them biologically relevant as it would be the same fluc-
tuations experienced by the upper surface of a cell.[244] In terms of the label free
techniques they generally require either a high level of averaging, such as qDIC,
reducing the temporal resolution, or a supported lipid bilayer which dampens the
observed fluctuations, such iSCAT.[129, 130, 131, 185] For our studies we primarily
used the lipid mixture POPC:POPE (1:1) relevant in biology as PC and PE lipids
are major components of eukaryotic membranes, as this is a binary composition has
the capability of phase separation or domain formation on a smaller scale.[245] To
study a sharp gel liquid phase transition we used DC15PC as it has a phase tran-
sition temperature above that of room temperature. We could control the sample
across the phase transition using our slide heater as described in Section 2.4 without
the need for dry ice. A minimum vesicle diameter of 30 µm was required to isolate
the signal from the top surface from the bottom surface for the coherence length of
the excitation used.

Power spectral analysis was also undertaken on this data to study the spatiotem-
poral frequency content of the signal. The time domain signal is decomposed into its
constituent frequencies.[246, 247] A dispersion relation curve (ω, k) was plotted. The
power spectral density verses omega and k shows the spectral power of angular fre-
quency (ω) and wave number (k) representing the oscillation rate of the wave against
the spatial frequency of the wave. This graph and its subsequent analysis provided
information about the waves propagating across the membrane including the phase
velocity (vp) which is the ω/k, also attainable is the group velocity (vg) which is the
gradient dω/dk which describes the propagation speed of a wave-packet.[248] The
dispersions observed within these plots could be categorised as either linear disper-
sion, representing a non-dispersive wave for which phase and group velocities are
constant.[249, 250, 251] Those waves for which the phase and group velocities vary
with frequencies are observed as a curved line representing a dispersive medium.
These results are discussed in Section 6.6.

In this chapter I will initially give a brief overview of the processes involved
in data acquisition describing the process by which iGOR works. I will also out-
line data analysis processes, mainly data filtering processes generating phase and
amplitude time traces of the region imaged taken forward for further analysis. In
this section I will also describe the assumptions and equations which allowed us to
extract the thickness and height of the membrane from the amplitude and phase,
respectively. In Section 6.2 I set out the expected geometries of a GV imaged using
iGOR and how the vesicles we measured were compared. The refocusing of the
vesicle is discussed followed by further analysis undertaken on vesicles including the
power spectral analysis which aimed to identify dominant frequencies or waveforms
within the membrane surface. Within this chapter I discuss data acquired using the
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iGOR software as time series at a frequency of 327Hz. The software handled the
data as batches of 1000 frames therefore, in this chapter I will refer to the data in
terms of time series, batches and frames according to this classification.

6.1 Data acquisition

The iGOR data processing workflow is detailed in Section 2.9.2. The intensity
measured on the camera is shown in Equation 6.1 where the terms on the left side of
the equation are the combination of the signal field and the off-axis reference field,
ES and ER, respectively. The interference term in the middle of the right hand side
represents the term extracted from the Fourier domain and used in further analysis
of the amplitude and phase.

∣∣∣EReiΦR + ESeiΦS

∣∣∣2 = IR + IS + |ER| |ES | e−iΦReiΦS + |ER| |ES | eiΦRe−iΦS (6.1)

Fig. 6.2 shows a summary of the processes involved in producing amplitude and
phase images from the raw images recorded by the camera. The laser used for this
acquisition was time gated to a 100 femtosecond pulse duration which limited the
coherence length. For interference to occur the separation had to be below the
coherence length as calculated from Equation 6.2 where L is the coherence length,
c the speed of light, ∆f is the spectral bandwidth and n the refractive index.

L = c

n∆f (6.2)

This gating acted to suppress the scattering from other surfaces away from the
region of interest. Shown in Fig. 6.2a is the raw display of the camera with the co
and cross- linear polarisation region that was cropped out highlighted. A Fourier
transform of the each region was then taken to produce the image in k space as
shown in Fig. 6.2b, where the cut out shows the masked and cropped region. This
region represents the first order interference term highlighted in the equation above.
The separation from the zeroth order term is clearly visible. Once the region had
been cropped and masked out an inverse Fourier transform was carried out to return
the amplitude and phase as shown in Fig. 6.2c.

When interpreting the amplitude and phase we could translate them into height
and thickness as the difference in phase was caused by the difference in optical path
length causing a phase shift. As can be seen in Fig. 6.3a, the relationship between
phase and height was as described in Equation 6.3 where ∆z is the change in height
and nM is the refractive index of the medium.

∆z = λ∆ϕ
4πnM

(6.3)

The amplitude modulation was caused by a much smaller phase shift from the
light reflecting off either side of bilayer. To quantify this we calculated the linear
approximation of a thin layer as the thickness of a bilayer was much smaller than the
wavelength of the excitation light. This can also be seen in Fig. 6.3a. To calculate the
magnitude of this dependency of reflectance (r) Equation 6.4 was used, from which
the graph shown in Fig. 6.3b was produced. The linear dependency was evaluated
as 1.5 e-3 per nm.
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Figure 6.2: Simplified iGOR workflow A summary of the steps involved in extracting
the amplitude and phase from the image recorded on the camera, this image
is shown in a) with the highlighted regions being those Fourier transformed to
produce image shown in b). This shows the full image in k space on the left
showing the zeroth order alongside the first order terms as well as the region
that was cropped out and masked to extract the first order term, which, was
in turn inverse Fourier transformed to produce the images shown in c).
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∆d =
∣∣∣∣nM − nBnM + nB

· k

∣∣∣∣ where k = 2πnB
λ

, if d� λ (6.4)

6.2 Expected geometries
When observing a GUV using iGOR we used expected results to determine the focal
plane and inform any further data correction required for the analysis. The focal
plane was the height for which the amplitude had the least variance as in this region
there should have been no local interference effects. The local interference effects of
the bilayer occurred when the reflections from the membrane interfered with each
other as they were propagating in different directions due to the membrane non
flatness in close proximity to the bilayer. Whilst we aimed to image at the focal
plane, identifying this in session was challenging and therefore data was taken at a
higher axial position to allow the refocusing of data down to the focal plane. The
focal plane could also be identified by considering the reflections of a spherical GUV.
There was a convergence point half its radius below the surface. Once this point
had been identified, its axial position above the glass water interface, onto which the
GUV is attached, was increased by 1/3 to give the axial position of the membrane.

The expected membrane curvature of a spherical GUV within our field of view
was calculated by the use of the Equation 6.5 where the radius (r), as measured
laterally in DIC, was used to determine the difference in axial position (zh) from the
centre to the edge of our region of interest (EC).

zh = r −
√
r2 − E2

C (6.5)

This expected curvature provided a measure to compare the shape observed co-
polarised phase to, as seen in Fig. 6.4 the overall expected shape of the vesicle was be
observed in the co-polarised phase. The expected zh for this vesicle of about 0.75µm,
was also seen. To measure the bending of a membrane over time we measured the
height using phase and fit a radius of curvature to it using a 2D 2nd order polynomial
fit produced in Section 6.4.3. From this fit the radius was calculated to allow a frame
by frame analysis and was compared to the radius measured in qDIC prior to iGOR
image.

We expected that when the radius of the local curvature fluctuated, the thickness
of the membrane would have fluctuated in the second order of the extension which
is very little. We did, however see longitudinal density waves not related to the
curvature, possibly coupled to the curvature due to the spherical geometry. When
the vesicle stretched and increased the surface area we expected the thickness to
decrease as the same number of lipid molecules had to occupy a greater surface
area.

6.3 Resolution
To assess the noise present in our data we analysed a time series of a glass water
interface as shown in Fig. 6.5. To assess the noise in both thickness and height units
we converted using the same linear dependency calculated for bilayers and Equation
6.3. This produced a measure of effective bilayer thickness which, when taken of
a glass water interface for which there was no true movement we found an rms of
0.02 nm with a noise level of 0.1 nm. For the height we found an rms of 0.1 nm.
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a

b

∆𝜑𝑑

Figure 6.3: Amplitude and phase relating to membrane height and thickness a)
shows how a reflected wave was modulated after interaction with a membrane
and thus how we can relate phase with height and amplitude with thickness.
It can be seen that there was a small change caused by each side of the bilayer
as it was much smaller than the wavelength of light. This could be measured
as a change in amplitude. The additional distance the light travelled from
the matched reference beam at the glass to the bilayer was in excess of the
wavelength and therefore was measured as a change in phase. b) shows the field
reflectivity as a function of membrane thickness for nM = 1.3334, nB = 1.4776.
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Figure 6.4: Fitting iGOR data Non-consecutive frames of the corrected (ΦP U , AC) and
normalised (ΦDP U ,AN ) phase and amplitude. Data is only shown for the co-
polarised channel.

From these results ,paired with the noise observed in the results discussed later in
this chapter taken on lipid bilayers, allowed us to confidently measure with a sub
nanometer thickness and height resolution.

Our spatial resolution of 0.168µm was limited by the objective and diffraction
limit, meaning our field of view was covered by about 40 pixels which was cropped
from the full camera image.

6.4 Data filtering processes

6.4.1 Power correction

The above mentioned measurements on a glass interface also demonstrated the im-
provement in data quality when looking at amplitude traces where oscillations of the
power were corrected as described in Section 2.9.2.3. The fluctuations of the laser
were accounted for, seen in Fig. 6.6, where the signal was much more stable and the
fluctuations above noise were eradicated. Any observed behaviour of membranes
above expected noise was therefore due to membrane fluctuations as opposed to
artefactual laser fluctuations which could have arisen from the OPO cavity length
stabilisation.

6.4.2 Offset

In an effort to reduce background artefacts, additionally to the reference images,
we took an offset frame at the same axial position as the data acquisition, laterally
shifted so as not to contain the GUV. From this we evaluated and removed height-
dependent artefacts. A new offset frame was taken for every data set from an area
local to the region of interest (approximately 20 µm) at the same focal plane and
subtracted prior to the data being saved. The offset frames were also saved to allow
reversal of this process. We also evaluated the artefacts and how they changed with
axial position. An example of this can be seen in Fig. 6.7 where a decreasing number
of artefacts were observed as axial height was increased, however, there were regions
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Figure 6.5: Reflectivity and phase measurements of a glass water interface Re-
flectivity and phase were converted to thickness and height using the same
factors as for bilayers alongside a median correction step. a) contains a frame
of the reflectivity corrected to thickness of a glass water interface alongside
time traces of the highlighted pixels. These time traces demonstrated a noise
level of 0.02 nm. b) shows the height fluctuations of a glass water interface in
the same way indicating a noise level of 0.1 nm.
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Figure 6.6: Effect of power correction correction on iGOR traces a) reflectivity
trace of a randomly selected pixel measured without using the power correc-
tion where an oscillating noise can clearly be seen in the amplitude. This was
removed as seen in b) for which the data was obtained using the power cor-
rection. No other corrections were carried out on these traces
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where the artefacts persisted seemingly independent of height. This highlighted the
necessity of these offset images in our data correction.

6.4.3 Phase unwrapping

Phase is an inherently cyclic quantity meaning when measured directly the phase
is a ’wrapped’ quantity meaning all values are between −π and π. Once the phase
increases beyond π the value becomes -π generating a phase jump.[161] To provide
a continuous phase representing the height of a continuous surface an algorithm was
applied that is detailed in an upcoming publication from our group, but involves
the moving the image through Fourier transforms with a radial fitting to remove the
phase discontinuities. [187]

As can be seen in Fig. 6.8 this process removed the majority of the phase dis-
continuities. The places in which this failed were either on a small scale over a few
pixels or large lines of phase breaks. Corrections of these errors were undertaken
using a sequence of methods as discussed below.

As the shape of the phase was close to spherical with a maximum in the centre
of the field of view, it could be fitted with a two dimensional 2nd order polynomial
fit. Using this fit we identified pixels with an erroneous phase as any pixels with
a difference to the fit greater than π. To correct, we simply added or subtracted
2π to bring the phase back within a wrapped range from the fit. This was carried
out as an iterative process with the corrected data being re-fit and corrected until
no more corrections were performed. Whilst this was successful for the small phase
discontinuities as seen in Fig. 6.8b in the cases of large ’phase breaks’, Fig. 6.8, it
was insufficient to correct likely due to the lack of continuous dome for the fitting.
To correct this we initially fitted the region in the centre which was less affected
by the edge of the field. This region was taken through the previously discussed
fitting from which the final fit for each frame was saved and extended to the whole
frame. Once calculated, the remainder of the frame was corrected in reference to
this central region which facilitated the removal of large scale phase discontinuities.
As shown in Fig. 6.8a, the result of this correction was closer to a contiguous dataset
it was easier for the phase unwrapping algorithm to handle. Another iteration of
the phase unwrapping algorithm proved beneficial for attaining the correct phase.
The result of a complete phase correction sequence for a region of large phase break
is shown in Fig. 6.8c. This data was saved and referred to as φPU hereafter.

The final iteration of the fit was used to normalise the phase. This removed
the overall curvature of the membrane and was therefore expected to be within a
−π and π range. A simple addition or subtraction of 2π for points outside this
range corrected any remaining phase discontinuities. This generated time traces
with minimal error arising from phase unwrapping issues, hereafter referred to as
φDPU.

As shown later in this chapter when the top surface was highly fluctuating the
phase unwrapping was not removing phase jumps effectively from both the algorithm
or by the fitting. The fitting was no longer as effective as the top surface was much
less symmetric and didn’t have a suitable top curvature in most frames. Whilst
these phase breaks were easy to observe they obscured the analysis of the underlying
fluctuations. To reduce the effect of this it was calculated that for the phase breaks
at π or -π the corresponding height was 103.15 nm, therefore for the purposes of this
analysis these were omitted from the data.
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Amplitude Phase

+30𝜇𝑚

+32𝜇𝑚

+35𝜇𝑚

+40𝜇𝑚

Figure 6.7: Offset frame dependant on axial position Offset images used in image
correction for both amplitude and phase at an increasing axial position. The
phase is as yet unwrapped in this example as taken directly from the complex
field. These images show artefacts that persisted through the axial range as
well as those more local to the focal plane that were not removed by standard
referencing.
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Figure 6.8: Efficacy of phase unwrapping The left column shows the result of the first
phase unwrapping algorithm, termed uncorrected. a) case of a large phase
break when corrected just using the polynomial fitting with c) showing the
result after a second round of phase unwrapping. b) example of phase errors
on small scale. Example was a 33 µm POPC:POPE (1:1) GUV
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a b

Figure 6.9: Temporal median amplitude average Temporal median averages taken of
the amplitude across one batch in a) and the whole dataset(129 batches) in
b). a) shows the ringed artefact of the GUV as well as a stripe of hot pixels at
the top in contrast to b) where a gradient across the field of view dominated
with minimal contribution of the ringed artefact.

6.4.4 Amplitude correction

Analysis of the amplitude data was a more straightforward pipeline as its main aim
was to remove spatial artefacts and generate a normalised image of the thickness
across the sample. A temporal median for each pixel calculated in the time dimension
was removed on a pixel by pixel basis, 〈AT〉. To return the corrected amplitude to it’s
absolute value, an overall median value was calculated in all dimensions of a central
cropped region, 〈AS〉 and used to multiply the reflectivity. The central region used
in the calculation of the value was restricted to a size calculated from the expected
bending, using Equation 6.6 with a maximum of 100 nm axial change (B), where r
is the radius, and L is the radius of the central region.

L =
√
r2 − (r −B)2 (6.6)

These calculated averages were used to modify the amplitude (A) to generate a
corrected version of amplitude (AC) according to Equation 6.7.

AC = A

〈AT〉
· 〈AS〉 (6.7)

Fig. 6.9a shows an example of a temporal median frame taken from the first
batch of the data. In this frame a static artefact can be seen alongside a background
gradient. Fig. 6.9b shows the median average over all of a large time period of up
to 129 batches. In this long range average image, only the background gradient
remained which was independent of membrane features as the vesicle had drifted
around within this time, in the order of 2µm in both x and y. Static membrane
features were observed in the averages calculated on a batch by batch basis. Thus,
by removing an average from both time frames we removed non-fluctuating spatial
artefacts.

For analysis of membrane fluctuations the calculated temporal median was sub-
tracted from each frame to reveal the amplitude changes (AN ) present in the sample
centred around 0 as shown in Equation 6.8.

AN = A

〈AT〉
(6.8)
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This was taken further by initially subtracting the amplitude in the very centre of
the frame or the peak of the quadratic fit discussed in Section 6.4.3 which generated
a central referenced frame and therefore the changes of thickness in reference to the
central value.

6.4.5 Excitation beam expansion

A large excitation beam illuminated not only the region of interest but the entire
vesicle diameter which induced scattering from the sides of the vesicles. In turn,
this generated local interference in the centre of the vesicle in a region local to
the membrane. The original diameter of the beam can be observed in Fig. 6.10a.
To combat this we reduced the area of excitation by closing the backport field
aperture from 1.6mm down to 0.7mm to reduce the illumination size on the sample
to approximately 12µm in diameter, which was just about the same size as our
frame height. Whilst this improved local reflections causing interference it can be
seen that the beam was diffracting at the aperture generating light in a wide range
of propagation directions causing aberrations as seen in Fig. 6.10b. By reducing the
size of the beam with a beam expander before the aperture we limited the diameter
of incident light without encountering diffraction issues as well as increasing the
intensity by approximately 4 times. The result of this was a smaller, more intense
and homogenous signal beam as seen in Fig. 6.10c. This helped to improve imaging
as the beam incident on the sample was more homogenous.

6.5 Refocussing

6.5.1 Interference issues

As previously mentioned imaging below the nominal top of the GUV caused inter-
ference as the reflections from the bilayer interfered at the measured plane, this was
worse for reflections coming from non parallel bilayers. Whilst the focal plane could
be corrected post acquisition via refocussing the ability to do this without artefacts
was decreased with excessive local interference. To minimise this the signal beam
was reduced in size whilst keeping it collimated as a gaussian beam as described in
Section 6.4.5 to reduce the number of reflections off the side walls of the vesicle.

The identification of the correct focal plane during imaging was important as the
local interference effects were minimised. For a stable vesicle this was close to zero as
the entire region of interest remained within the focal plane. For highly fluctuating
vesicles this membrane was moving in and out of the measured focal plane generating
pockets between the portion of the membrane above the focal plane and the focal
plane where local interference could occur. This was the most likely source of error
for membrane fluctuations.

Initially, the nominal top of the GUV was calculated using the DIC image where
the diameter was treated as the nominal height of the vesicle top surface above the
glass surface. An image series showing the effect of the signal appearance on axial
position, Fig. 6.11a shows the image at the nominal top. After refocusing the image
and adjusting the focal plane by -3µm the signal could be seen as not filling the field
of view, indicating a focal position below the nominal top Fig. 6.11b. Fig. 6.11c shows
the signal after refocusing by +3 µm. Identification of the focal plane was hard as the
image contained artefactual signal from refocusing, disrupting the appearance of the
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Figure 6.10: Signal beam attenuation Glass water reference images (signal beam only)
taken at a glass water interface using an unrestricted beam as shown in a)
and after the aperture was restricted to 0.7mm in b). c) shows the signal
beam after the addition of the beam expander leading to a decreased diameter
without causing diffraction.
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bilayer. This highlighted the interference occurring locally to the surface disrupting
the ability to refocus.

As described in Section 6.2 the nominal top surface focal plane could also be
assigned using the convergence point 1/4 of the GV radius from the top. Deviation
from this value may have occurred through the vesicle being distorted in the region
where it was in contact with the coverslip. Therefore, by using the nominal point as
a reference, a range of z spaced by typically 1µm was taken which allowed the cor-
rect focal plane to be identified in post analysis whilst limiting the post-refocussing
required to under 500 nm. In this way we are able to, for a stable vesicle, mitigate
refocussing errors and reduce them for an unstable one. It was considered that the
fluctuations we observed of a highly fluctuating vesicle may have been amplified
through the defocus.

6.6 Spatio-temporal fluctuation frequency analysis

Analysis of fluctuations was undertaken either using the aforementioned approach
including a trace analysis of each pixel with its corresponding distance from the
centre. A more sophisticated approach was power spectral analysis. The spatio-
temporal data (amplitude, phase, or complex field) was Fourier-transformed into
the spatial and temporal frequency domain, using finite time-segments, weighted
with a Hanning window. The subsequent segments were shifted by half the segment
duration from each other.

The power at each point (kx,ky,ω) was averaged over a large number of segments
to provide a statistical mean over the fluctuations. Assuming in-plane asymmetry,
the power spectra were then expressed in polar coordinates k, θ and averaged over
theta, to provide the power spectral density, P(k,ω).

A plot was then generated of the Fourier transformed ω value against k. Any
direct relationship was characterised as a normal wave. The ω/k ie. the gradient
was the wave velocity (speed) and gave us an indication of the waves passing across
the surface of the membrane. Any uncorrelated data appeared as a background that
could be discarded.

6.7 Original data

This section discusses the initial analysis of data acquired with the first iteration
of the acquisition protocol with the larger aperture for the signal beam. As the
data shown were stable vesicles we do not anticipate a large error introduced by the
aforementioned local interference effects. Though these data sets aren’t suitable for
quantitative analysis due to later discussed hardware changes, there was proof of
principle that the fluctuations could be seen at the top of the vesicle.

6.7.1 POPC:POPE (1:1)

The data shown in Fig. 6.12 demonstrates the ability to qualitatively analyse the
deformations at the top of a vesicle associated with an increased fluctuation rate
upon loss of internal solution.

By adding assessment of the fluctuations of specific pixels as shown, we started
to quantify the movement associated with the membrane. The fluctuations were
plotted as the difference in value of the pixel at the centre of the field of view. The
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Figure 6.11: iGOR refocusing data An image sequence of iGOR images taken in co-
polarisation demonstrating the refocusing of the iGOR technique. a) Image
taken at the nominal top of the vesicle, not refocused. b)The focal plane
adjusted by –3 µm, amplitude signal not filling field of view c) The focal
plane adjusted by 3 µm showing artefact generation.
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Figure 6.12: Original POPC:POPE iGOR analysis a) Time traces of centrally ref-
erenced height and thickness for 2 selected pixels. b) shows the temporal
range for all pixels in the field of view for the batch measured. These were
also plotted against the distance of the pixel from the central pixel.

thickness fluctuations observed were in the sub nanometer regime highlighting the
sensitivity of our technique where the thickness changes could be quantified above
the noise. To provide an overall measure of the thickness fluctuations present in
the membrane, the range for each pixel was plotted relative to their distance from
the central height. These results showed a fluctuation range of 1 to 1.5 nm for most
of the pixels measured with no clear correlation with distance from centre. Height
fluctuations showed a dependency on distance from the centre with the pixels further
from the centre exhibiting a greater change of height.

6.7.2 DC15PC membranes

Initial comparison can be seen in Fig. 6.13 where a and b show the cross-sections of
the DC15PC and POPC:POPE(1:1), respectively. The more non-circular undulating
membrane observed for the DC15PC vesicle was due to the lipids forming facets as
they were in a gel phase at the 20℃ they are measured at. In terms of analysis this
made any further phase unwrapping challenging as the 2D polynomial fit struggled to
fit the membrane shape to allow our further pi jump correction in this case. However,
we saw increased thickness along these borders in the amplitude measurements in
Fig. 6.13c as compared to that in Fig. 6.13d for POPC:POPE. Another noticeable
difference was the much stronger signal in the cross-polarised channel, in amplitude
it was a 60× increase in signal. Previous discussion would suggest birefringence as a
cause for this difference in signal, however in this case it was likely to be the angled
facets of the membrane having a larger angle to the imaging plane and therefore
creating more signal in the cross-polarised channel.
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Figure 6.13: iGOR images with their corresponding DIC images a) DIC at the
cross-section of the vesicle, scale bar 50 µm, corresponding to iGOR frames
(ΦP U and AC , converted to thickness, d and height z) shown in c) The more
crumpled membrane and irregular top surface were due to the DC15PC lipid
composition of the vesicle as they were imaged in the gel phase. The iGOR
image was taken at the nominal top of 57 µm whilst the cross-section shown in
DIC was at 34 µm from the surface. b) DIC at the cross-section of the vesicle,
scale bar 50 µm, corresponding to iGOR frames (ΦP U and AC) shown in d).
This smoother membrane and more regular top was due to the POPC:POPE
lipid composition as the vesicle was in liquid disordered phase. This iGOR
image was also taken at the nominal top of 40 µm and the cross-section shown
in the DIC image was taken at 22 µm from the surface.

– 143 –



6.8. POPC:POPE membrane properties

∅ = 33𝜇𝑚

𝑡
=
0
.2
6
6
3
𝑠

𝑡
=
0
.2
6
9
4

a

b
Thickness /nm Height /nm

Figure 6.14: Unilamellar POPC:POPE vesicle as imaged in iGOR a) shows the
central focal plane of the vesicle measured using DIC where from which the
diameter was measured as 33 µm. b) shows consecutive frames measured at
the top of the same vesicle showing the expected geometries in both thickness
and height calculated as discussed. Images shown are the height and thickness
calculated from ΦP U and AC .

6.8 POPC:POPE membrane properties

6.8.1 Unilamellar membrane fluctuations

This section discusses the inferences we made about the membrane of a unilamellar
vesicle analysed to uncover the small-scale fluctuation of this surface. Fig. 6.14a
shows the vesicle as imaged using DIC from which we determined a diameter of
33µm and a clean membrane. After the data had been cleaned as described above
the absolute thickness of the membrane alongside the height could be seen as shown
in Fig. 6.14b. From these results we could see the rapidly changing areas of ad-
ditional membrane thickness with the appearance of random movement across the
surface. Visually observable were thickness domains with areas in the order of nm.
Determination of the randomness of these fluctuations is discussed further below
during power spectral analysis. Fluctuations on this nanometre scale could also be
measured in the phase however in the data shown in Fig. 6.14b this was dominated
by the overall membrane curvature.

Once this curvature had been fitted and removed we used the fit to determine
the radius of the vesicle at each frame, measured alongside any deformation causing
asymmetry of the curvature of the vesicle top. In this case the ratio between the
coefficients for the curvature in the x and y direction is shown in Fig. 6.15a, from
which we expected symmetry and thus a ratio of 1. As this was the case, save for
the few regions in which the ratio spiked, we used an average of the two where
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a b

c d

Figure 6.15: Correlation of radius with thickness and height a) Shows the ratio
between the curvature coefficients in either axis demonstrating the expected
symmetry for the majority of the frames. b) Shows calculated radii for each
frame showing how the radius of the vesicle changed over time. b) and c)
Show the ratio change calculated for both thickness and height, respectively,
plotted against the ratio change to determine if any correlation is present.

r = (1/a + 1/b)/2. The frames for which the ratio deviated significantly from 1
we attributed to poor fitting of the phase unwrapping algorithm. The trace of this
radius is shown in Fig. 6.15b, as this radius represented the elliptical deformation by
thermal fluctuations we anticipated an altering of thickness and height correlating
with this change. This is shown in Fig. 6.15c and d where the median thickness of
the region of interest was plotted, as a ratio from the first frame and the height
ratio as calculated from the peak of the fit, were plotted against the ratio change
of the ratio. From these results we identified certain time regions for which counter
correlation was observed, for example 0.8 to 1 s and 1.3 to 1.5 s, where membrane
thickness and radii appeared to be inversely proportional. As radii increased so
would the surface area and thus each of the lipids would have been under greater
tension and therefore pulled thin. Height and radius did not appear to be correlated
over this time scale. In terms of clear correlation, over this time scale no conclusions
could be drawn however there was evidence of this behaviour with the thickness.

After removal of the fit the height fluctuations can be seen together with the
thickness fluctuations in Fig. 6.16a. In this data a slight fringing pattern was ob-
served at the edge of the frame, which, due to a separation comparable to the
coherence length we attributed to an incomplete suppression of the surface reflec-
tion. However, we observed minimal effect in the centre therefore, further analysis
was undertaken on data from this region. To analyse this data we started by looking
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at time traces of randomly generated pixels to observe the fluctuations occurring in
the membrane, as shown in Fig. 6.16b. When looking at the thickness traces we
observed fluctuations above the noise to an angstrom sensitivity. Fluctuations were
seen on various time scales for both thickness and height, in the height, the fluctu-
ations were in the order of 5 - 10 nm allowing observation of thermal distortion of
the surface as changes in height.

Power spectral analysis of the data showed a more sophisticated analysis of the
fluctuations present in our membrane. By plotting fluctuation power versus spatial
and temporal frequencies, we could observe any dispersal relationships. Fig. 6.17
shows such spectrum for both amplitude (thickness) and phase (height). As observed
in Fig. 6.17a we identified a dominant spatial frequency that increased with temporal
frequency providing evidence of dispersion relation. Fig. 6.17b shows the spectra for
height from which no dispersion relation could be identified.

6.8.2 Bilamellar GV dynamics

To compare the dynamics of a POPC:POPE GV membrane we carried out the
same analysis for a bilamellar vesicle of 47µm diameter shown in Fig. 6.18a. The
corrected data of the absolute membrane thickness and height is shown in Fig. 6.18b,
the vesicle was identified as bilamellar with a membrane thickness fluctuating about
a value of about 8 nm. The mean thickness for the first 10 frames was 7.2 nm. The
ratio by which this changed with time is shown in Fig. 6.19a, the thickness trace is
shifted up +0.5 to allow easier comparison. Anti correlation with the radius was
observed in the zoomed regions of 2.2 to 3.4 s and 12 to 14 s demonstrating the
behaviour of thickness decrease upon radius increase. Interestingly, the region of 0.2
to 1.2 s did not demonstrate this relationship with an increase in radius occurring
with an increase in thickness. However, as a whole we concluded that an increase of
radius was correlated with a decrease in thickness. When assessing the correlation
of radius and height as seen in Fig. 6.19b we observed a similar behaviour of counter
correlation of the height decreasing with an increased radius. Our data suggested
that as opposed to an expansion effect the vesicle was being squeezed to have a
more elliptical cross section, however it was not statistically significant. As the trace
shown is scaled by 0.3 to allow easier comparison it can be seen that the height was
fluctuating far more than the radius. This suggested a vesicle with low internal
pressure as the membrane could tolerate changes in height without an altered top
surface curvature. The rate of change of the radius was greater than that of a
unilamellar vesicle as seen in Fig. 6.20 suggesting that the vesicle was more unstable
with a lower internal pressure. One would expect that an additional bilayer would
have conferred stability and decreased the radius fluctuations. It could also be that
the interpretation of the phase as curvature was problematic for a bilamellar vesicle
due to the interference of the two bilayer signals. Generally the phase should still
have given the average curvature, but destructive interference could have led to pi
phase jumps which would have upset the analysis. The thickness of the unilamellar
vesicle fluctuated in the order of 0.3 compared to the bilamellar vesicle fluctuating
in the order of 0.4 of it’s original thickness. This suggested that the thickness
fluctuations were independent of the lamellarity.

Time traces of the normalised thickness and phase are shown in Fig. 6.21. From
these time traces we show thickness fluctuations in an order of 4 nm and height
fluctuations in the order of 50 nm. When looking at the time frames shown and
comparing them to those from the unilamellar vesicle it can be seen that the regions
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Figure 6.16: Time trace analysis of unilamellar POPC:POPE surface fluctua-
tions a) Shows the same frames with their overall shape removed to uncover
fluctuations (AN , ΦDP U ). b) Shows traces of both thickness and height with
time for 3 coordinates within the central region randomly generated. See
supplementary media (M_5_1)
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a

b

Figure 6.17: Power spectral analysis of unilamellar POPC:POPE surface fluc-
tuations a) shows the power spectrum for the ampltitude with that of the
phase shown in b). A dispersion relation can be seen in a) characterised by a
curve emerging from approximately 6Hz appearing as a peak at 4 µm-1. No
such relation can be seen in b).
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Figure 6.18: Bilamellar POPC:POPE vesicle as imaged in iGOR a) Shows the cen-
tral focal plane of the vesicle measured using qDIC from which the diameter
was measured as 47 µm. b) Shows consecutive frames measured at the top
of the same vesicle where the thickness was double as expected for a single
bilayer defining the vesicle as bilamellar. Images were taken from AC and
ΦP U data.
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a

b

Figure 6.19: Correlation of radius with thickness and height a) Shows traces for
both thickness and radius compared to their value in the first frame. The
zoomed sections show regions representing the correlations described. b)
Shows the traces for height and radius with the height scaled by 0.3 to allow
comparison.
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Figure 6.20: Radius fluctuation comparison between unilamellar and bilamellar
vesicles Time traces of the radius showing greater fluctuation of the bilamel-
lar vesicle. An increased fluctuation range was experienced by the bilamellar
vesicle starting from a larger radius.
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of differing thicknesses, termed domains, were different sizes. For the unilamellar
surface the domains were in the order of 0.5 to 1µm compared to the 1 to 1.5µm
observed on the bilamellar surface. The same effect was seen when observing the
height. These findings suggest that the unilamellar vesicle fluctuated in regions
within a small diameter in contrast to the larger domains for which the membrane
thickness fluctuated. However, there was also interference between the two lay-
ers that had a variable distance to each other which could have been causing the
difference in fluctuations observed.

Upon the completion of Fourier frequency analysis no dispersion relationship
could be identified as shown in Fig. 6.22. The most likely reason for this was the
lower internal pressure identified and discussed in prior analysis. Due to increased
overall membrane fluctuation the frequencies of waves passing across the membrane
surface were masked by larger deformations that didn’t progress with well defined
parameters and therefore were not identified by this analysis.

6.9 POPC:POPE loss of internal pressure

This section will discuss the analysis of a POPC:POPE (1:1) vesicle of 33 µm diam-
eter. This vesicle was measured over the course of 90min over which the internal
pressure decreased and the fluctuations increased. No other environmental changes
we encountered by the vesicle during this time.

6.9.1 Initial characterisation

When looking at the frames taken at the start, Fig. 6.23, we observed a fringing
pattern that appeared artefactual as it was fluctuating less than the membrane
enough to appear in the time averaged median, however, it was not sufficient to
remove it. After tracking with the vesicle height observed in phase it moved with
the slight drifting observed, making it a GUV dependent effect. Efforts were made
to remove this via phase correction of the complex field to stabilise this pattern and
allow its removal before correcting the phase back. Whilst this was successful in
removing the pattern it was decided that it was also removing signal from the GUV
and was therefore left as whatever was removed using the median average correction.

It can be seen that the fringing pattern was dominant on the left side of the
frame with the right side showing the expected geometries and a thickness centred
around 3.5 nm. For this reason further analysis was limited to this region.

When looking at the power spectral analysis of the initial data for which fringing
artefacts had been identified, it appeared to have a set frequency we could look for
in the power spectra. Fig. 6.24a shows the spectra for the full frame in comparison
to the cropped frame in Fig. 6.24b. In the phase the spectra was very similar with
the cropping not showing an identifiable change, save from the loss of 0 frequencies.
However, in the amplitude, points corresponding to high spatial frequencies and low
temporal frequencies were seen to be much less. For temporal frequencies below 10
this relationship of spatial frequncy was much lower overall with minimal spatial
frequencies over 8 µm-1 as compared to 12µm-1. When looking at the spectrum for
the complex data the overall magnitude of fluctuations was decreased. These results
showed that we were removing a reasonable amount of the interference caused by
this fringing pattern and looking at the underlying dynamics.
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a

b

Thickness / nm Height / nm

Figure 6.21: Time trace analysis of bilamellar POPC:POPE surface fluctuations
a) Shows the thickness and height with their overall shape removed to uncover
fluctuations. Images were taken from AN and ΦDP U data. b) Shows traces
of the changes of thickness and height with time for randomly selected coor-
dinates of the central region demonstrating an increased fluctuation range.
(see supplementary media M_5_2)
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a

b

Figure 6.22: Power spectral analysis of bilamellar POPC:POPE surface fluctua-
tions a) shows the power spectrum for the ampltitude with that of the phase
shown in b). No dispersion relation was identified.
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Thickness / nm Height / nm

Figure 6.23: Initial unilamellar POPC:POPE vesicle as imaged in iGOR Consec-
utive frames measured at the top of the same vesicle where the thickness was
as expected defining the vesicle as unilamellar prior to the loss of internal
solution. The fringing pattern discussed above can be seen in the amplitude.
Images were taken from AC and ΦP U data.

a

b

Figure 6.24: Comparison of the power spectra after fringe removal a) Power spec-
trum of the full frame of the POPC:POPE vesicle before loss of internal
pressure containing the fringing pattern b) Power spectrum of the same vesi-
cle over the same time frame but with the fringe pattern cropped out (Same
frame cropping as in Fig. 6.23 and Fig. 6.25)
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6.9.2 Time trace analysis

The time traces shown in Fig. 6.25b for the vesicle at the start showed fluctuations
in the order of 2 nm in thickness and 20-30 nm in height, there were also frames
for which the phase unwrapping still had trouble, causing spikes, these points are
discarded.

Time traces were selected using a random coordinate selection restricted to the
central region. The central region was defined as any coordinate within 0.5µm of the
top vesicle height. For the initial data this was further restricted by the cropping
undertaken due to interference issues. A further measure of thickness was taken
as the overall average for each frame for this central region. Fig. 6.26 shows the
fluctuation prior to the loss of internal pressure for both radius and thickness where
they have an anti-correlated relationship on the whole, however on a short time
scale the thickness was fluctuating more than the radius suggesting we were also
measuring dynamics within the membrane that were independent of the radius.

Once the vesicle had lost internal pressure after an hour and a half the vesicle
fluctuated at a much higher rate with a greater magnitude as seen in Fig. 6.27.
The top of the vesicle was deforming at a much higher rate as determined by the
drastically different shapes observed in the thickness, Fig. 6.27a. This meant the
top could no longer be fitted with a 2D 2nd order polynomial effectively to provide
further phase unwrapping than the algorithm as can be seen in Fig. 6.27b. This
made analysis of time traces hard as they were dominated by phase errors, for
this reason the time traces shown in Fig. 6.27c, d and e were restricted in time to
allow the non-artefactual time trace to be observed. The thickness traces shown in
Fig. 6.27c demonstrated thickness changes in the order of 3 nm showing an increase
from starting. To better compare temporal frequency the trace was compared to
Fig. 6.27e, an extract from Fig. 6.26, which revealed that the membrane thickness
was changing more rapidly across these 3 nm.

Fig. 6.27d demonstrates the height fluctuations observed over this time frame
where, not considering spikes caused by phase errors, the fluctuations were in an
order of 50 nm showing a marked increase from the initial dataset also shown in
Fig. 6.27e. Fig. 6.28 demonstrates the change in fluctuation rate of the radius across
this change of pressure. As this radius was calculated from the fit of the vesicle top,
which was not well resolved in phase, it may be where some of the fluctuation arose.
However, when considering the noise that was likely coming from this, there was still
an underlying fluctuation that was clearly seen. In comparison to the radius prior
to this change, a conservative estimate of a 5 fold increase in radius fluctuation was
made. At this point, due to the phase unwrapping problems no further quantification
of these values could be reliably made. There was an overlap between the traces at
15µm suggesting that the vesicle did not change in size through any processes like
deformation that would have caused a loss of surface area.

Combined these show we detected nanometer changes in the overall change of
thickness fluctuations in a membrane’s thickness upon the loss of internal pressure.
It was also seen that the increasing fluctuations observed in the membrane upon
internal pressure loss were dominated by changes in the height. This could have
induced changes in membrane thickness as seen by the camera, as areas with an
increased height generated a region of increased thickness perpendicular to the fo-
cal plane between it and the lower membrane areas. In this case the increase in
membrane thickness would not have been a true thickness increase but rather an
extended degree of bending.
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b

Thickness / nm Height / nm

Figure 6.25: Initial unilamellar POPC:POPE vesicle time traces Consecutive
cropped frames showing the fluctuations present in the membrane once the
overall shape of the membrane had been removed shown in a). Images were
taken from AN and ΦDP U data. b) contains the time traces of the thickness
and height from randomly selected points within the shown frame.(See sup-
plementary M_5_3)
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Figure 6.26: Unilamellar POPC:POPE ratio and thickness changes Ratio of the
radius and thickness to their respective values from the first frame plot-
ted against each other for the whole time trace showing the anti correlation
present between these parameters.
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c
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𝑇ℎ𝑖𝑐𝑘𝑛𝑒𝑠𝑠 / 𝑛𝑚 𝐻𝑒𝑖𝑔ℎ𝑡 / 𝑛𝑚

Figure 6.27: Time traces after the loss of internal pressure a) Thickness frames after
loss of internal pressure. b) Height frames after loss of internal pressure.
Images were taken from AN and ΦDP U data after 90min. c) Shows the
time traces of the thickness of a POPC:POPE (1:1) membrane after loss of
internal pressure with the height traces seen in d). e) Shows the time traces
from before the change, restricted to 2000 frames to allow comparison (see
supplementary M_5_4).
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Figure 6.28: Comparison of radii fluctuations after loss of internal pressure The
radius as calculated from the fit of the top surface of the vesicle for the same
vesicle before (Initial) and after the loss of internal volume over the course
of 90min (Final) demonstrating much greater fluctuation range alongside a
faster rate of fluctuations.
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a

b

Figure 6.29: Power spectrum across the loss of internal pressure A comparison of
power spectra of amplitude, phase and the complex compared from initial
measurements, a), and after the loss of internal pressure, b). Of note was
the overall increase in intensity between the spectra shown in a) and those
in b).

The overall conclusions that can be made from this data are limited in terms of
quantification of membrane properties, however, we can identify fluctuations above
noise in the nanometre regime. We also show we can track a change across a loss of
internal pressure in this same order of magnitude. We can see a change in both height
and thickness traces and can make inferences over the vesicle shape deformations
that may cause these, however these aren’t quantifiable at this stage.

6.9.3 Power spectral analysis

When comparing the spectral analysis across this change what was clear in intensity
scales was that the overall fluctuations were increased as shown in Fig. 6.29a, before,
and Fig. 6.29b, after. In phase spectral power, between spatial frequencies 0 and
2 µm-1 intensity was increased up to temporal frequencies of 150Hz with a strong
signal up to 75Hz, and a slight dispersion relation starting at 70Hz. This effect
of increased temporal frequencies for spatial frequencies up to 2 µm-1 was mirrored
in both the amplitude and complex data showing that we detected this change in
environment. It was the increase in overall fluctuations that indicated the vesicle
had changed conformation.

6.10 DC15PC phase transition

The DC15PC vesicle measured across the liquid to gel phase transition was highly
multilamellar which generated local interference affects, for that reason this analysis
was difficult. A DC15PC vesicle was imaged as it cooled from above its transi-
tion temperature (40℃) to below (20℃). In terms of absolute values associated
with this transition we were unable to make any reasonable observations due to the
multilamellarity, however, through power spectral analysis we are able to observe
a change in frequency as shown in Fig. 6.30 where a) is in liquid disordered phase

– 161 –



6.11. Discussion

a

b

Figure 6.30: Power spectra across a liquid disordered to gel phase transition A
comparison of power spectra from a vesicle in liquid disordered phase (a)
and after the lipid has transitioned in the gel phase (b). The reduction of
fluctuations is evidenced by the reduction of intensity present in the spectra.
The reduction of intensity for the higher temporal frequencies indicated that
the same spatial frequencies had been ’frozen in’ to the membrane and were
no longer fluctuating.(see supplementary M_5_5 for 40℃ and M_5_6 for
20℃ )

and b) in gel. In the amplitude spectrum the intensity of the fluctuations decreased
significantly along the temporal axis. Once the membrane was in gel phase only
temporal frequencies of any significance occurred under 20Hz with the majority un-
der 8Hz but, for all spatial frequencies. This was altered from when the vesicle was
in the liquid disordered phase where there were fluctuations of all frequencies up
to 160Hz for a range of spatial frequencies. To a lesser intensity an emergence of
set temporal frequencies was observed in the amplitude, these temporal frequencies
at 105 and 120Hz alongside a wider less intense increase around 140Hz occurred
for all frequencies. It is not clear at this time whether these related to membrane
features or were artefactual but, they did represent a change observed upon cooling
beyond the phase transition temperature. These results demonstrate our ability to
identify a phase change in a membrane thickness from the loss of fluctuations in the
membrane.

6.11 Discussion
In summary, we have a working model membrane that can be imaged using iGOR to
give quantitatively sensible results when qualitatively and quantitatively analysed.
Whilst fluctuations could be analysed, analysis protocols for other biophysical prop-
erties are still to be developed. These properties include the bending modulus and
the correlation between thickness and height changes to identify waveforms present
across the membrane. Data retrieved in the cross-polarised channel is yet to be used
to identify any in plane birefringence arising from tilted lipids.

It was optimal to take data at the correct focal height and the z dependency data
set was taken with an aim to keep refocussing within 1 µm. This was additional to
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the long acquisition taken at the optimal height to allow large averages to be taken.
Long range fluctuations were also analysed as well as observation of any vesicle
deformation.

For optimal imaging the intensity of the reference beam was kept to 100 counts
and the signal approximately 45 counts out of a total of 255 maximum when they
interfere. This was due to saturation occurring 255. Lambda half waveplates com-
bined with polarisers were used in this setup to perform this attenuation. These were
optimised and new reference images taken each time they were adjusted to ensure
they reflected the correct relative intensity. When acquiring at the top surface of
the vesicle the laser power of the excitation beam was increased to maximum which
to maximise our sensitivity.

This high sensitivity is highlighted by our ability to observe thickness changes
in the membrane to a sub-nanometer resolution with the mean thickness returning
expected results. We have shown that we can track changes across environmental
changes such as internal pressure loss and phase transition, however this analysis
requires better data in order to fully quantitatively analyse these changes.

Challenges in this method included our ability to phase unwrap highly fluctu-
ating data. Whilst we have improved our phase unwrapping in stable vesicles the
additional polynomial fitting step implemented does not handle rapidly deforming
top surfaces well, thereby leaving phase jumps in place making data interpretation
challenging.

We have presented the improvements in both hardware and software we made to
obtain more accurate results with fewer aberrations caused by interferences from the
optical path or surrounding sample. Whilst our data still contained some interference
as discussed we could, on the whole, remove them from our analysis for a stable
vesicle. Work is being undertaken to improve the removal of these frequencies in
Fourier space prior to power spectral analysis. We also aim to identify what was
causing them within our image acquisition pipeline so they can be avoided in future
imaging acquisitions. The source of these aberrations is as yet unclear, in the first
datasets in which it was seen (data not shown) we were imaging at 30µm above the
glass-water interface which was on the limit of our coherence length and we therefore
put it down to a delay that wasn’t fully centred. This is no longer likely to be the case
as we have seen it in datasets taken at various heights (30 - 40µm) above the surface.
As mentioned, we tried to remove the interference from the unilamellar vesicle,
discussed in Section 6.9, by assuming it was a background signal fluctuating in line
with the power. It appeared to be fluctuating less than the vesicle signal making
it unlikely to be due to a small particle in the vesicle volume. This was further
supported by the emergence of similar interference in different samples, by assuming
it was a background signal we could correct the complex field to have a stable phase
in the fringed regions. This was averaged and normalised to remove the fringes
before being returned to its original value, however, in doing this we were removing
vesicle signal alongside the fringes. It was therefore determined a vesicle interference
as it has since been observed drifting in line with the peak of vesicles. More work
needs to be undertaken to determine the cause of this interference alongside efforts
to remove it from the data we have.

We demonstrated that we could correlate the behaviour changes in terms of
radii and thickness in a way that described the movement occurring in our vesi-
cles, as well as correlating changes to these parameters to environmental changes.
This allowed us to make inferences about the lipid organisation and phase in the
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membrane. Combined, these results showed a sensitivity that provides scope for
membrane dynamic interpretation beyond the current understanding. Once more
complex environmental changes are measured, such as more complex lipid compo-
sitions and protein insertion, more complex dynamics can be uncovered. Namely
the identification of nano domain formation and the effect these have on membrane
thickness, we can also probe formation after protein insertion. For the analysis of
a membranes in gel phase such as the example in Fig. 6.13c we could analyse these
facets in detail, looking at the light reflection polarisation state, and comparing with
the plane orientation we see in the phase. In the analysis of our work we have shown
that the identification of domains in the order of 500 nm is possible providing the
basis for this work going forwards.

To further this work we plan to insert the App6Aa1 pore-forming toxin (described
in Chapter 5) into our membranes to observe the membrane thickness changes and
bending associated with insertion as well as the protein itself diffusing in the mem-
brane. It was with these experiments in mind that preliminary membrane behaviour
was quantified for POPC:POPE 1:1 membranes.
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Particle tracking

As iGOR is a form of digital holography it allows the refocusing of a particles signal
and therefore particle tracking with nanometer precision in a large volume above
a surface. The ability of the technique to track small particles down to 10 nm
size through large a depth, makes iGOR an advancement over known nanoparticle
tracking methods.[135] iGOR is compatible with both inorganic and organic samples,
as my work focusses on organic systems this chapter will focus on these. However, it
is important to note that both are possible and particle tracking has been achieved
using metallic nanoparticles.

Using metallic nanoparticles, this tracking is as yet unpublished, but been shown
to accurately measure the hydrodynamic radii of 10 nm gold nanoparticles. The
findings from these experiments informed some of the analysis undertaken on lipid
particles discussed in this chapter, centred around the noise correction of our set up.
Therefore I will discuss these initially to contextualise some of the assumptions and
corrections used in the subsequent analysis.

In terms of organic samples, particle tracking of liposomes could provide an
insight into their diffusive behaviour,and if used in combination with cellular or
membrane environments interactions could be quantified. Measurements of this
manor, utilising a membrane environment and organic nanoparticles, would be in-
teresting when investigating viral particles. Viruses are classified according to size
and shape.[252] Immediately this indicates iGOR’s particle tracking function as a
potential diagnostic technique, and if completed in a cellular environment, docking
and undocking events could be identified leading to the determination of residence
times.

Lipid structures of many sizes are found within biological systems and are rele-
vant within the medical field.[253, 254, 255, 256, 257] Many of the understudied but
clinically relevant lipid structures are classed as nanoparticles. Of note, exosomes
are biomarkers and can be used to monitor disease progression, viral load can be
indicated in infectious disease control and the transport of drugs to target molecules
and across membranes.[255, 256, 257, 258, 259, 260, 261] By showing we can track
particles both organic and non organic in nature we provide a system that can start
to answer some of these biological questions.

This chapter will detail the results we obtained when utilising the interferometric
gated off-axis reflectometry (iGOR) technique to track both organic and inorganic
particles. We show a sub-pixel positional resolution in both X and Y, due to intensity
fitting, and Z, due to additional phase component correction. The sub-nanometer
z resolution coupled with our temporal resolution of 3ms allows us to accurately
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identify a particle’s position and in turn the mean square displacement (MSD) and
hydrodynamic radii. I will commence discussing the measurement of inorganic con-
trols, polystyrene beads of diameters 0.1 µm and 0.2µm. These were imaged in 75%
glycerol/water mixtures to control the viscosity, limiting motion during a frame
exposure. This needs to be well below the light wavelength in the medium, λ/n
to suppress destructive interference and gain an accurate hydrodynamic radii and
particle track.

We can track particles across a large number of frames, with some tracks in an
excess of 50,000 frames. This allowed us to average out the polarising effects of the
particle due to positional and orientation factors. In a lipid context, the proportion
of signal in both the co- and cross- polarised channel allows any anisotropic effects
to be evaluated.[262, 263, 264] Due to the length of the tracks acquired, any effect
on the light’s polarisation state arising from the orientation of the nanoparticle will
be averaged out, thereby leaving the chirality of the particle calculable from the
difference between polarisations.[265, 266, 267]

For this work small unilamellar vesicles (SUVs) were utilised as a model mem-
brane as they have radii within the nanoparticle range and can be made with biolog-
ically relevant lipid compositions. The lipid structures with the smallest radii (5 to
20 nm) were likely to be in a micelle conformation as this is the smallest hydropho-
bically stable conformation they can exist in.[268, 269] Increased sizes ranging from
20 nm to 1 µm are classified as SUVs and are made of a bilayer filled with water.[270]

7.1 Particle tracking analysis

Raw data was taken at a set field of view for a period of approximately 2min.
Data acquisition was started once a nanoparticle was in the field of view. A particle
centred in field of view appeared as shown in Fig. 7.2a, where the maximum intensity
was indicative of particle position. To follow the particle in the z axis the field of
view was computationally refocussed to the z height of it’s new position. Further
description on this tracking process can be found in Section 7.1.2

Data was taken and saved as described above in Section 2.9.2. Our tracking
method was, in the first place, intensity based and relied on the refocussing ability
of iGOR to find the pixel in 3D planes with the highest intensity from frame to frame
used to track movement. With the knowledge of medium viscosity, a hydrodynamic
radii was calculated by fitting MSD to time for all dimensions. The agreement
between the dimensions gave us confidence in our ability to accurately track particles
in z.

7.1.1 Background Correction

The data was interpolated to smooth the image. In the Fourier domain the image
was padded out with 0 to a size given by a power of 2 which was at least 2 times
larger than the original size. Once inverse Fourier transformed, the pixel size in real
space was reduced accordingly, the smoothing effect is demonstrated in Fig. 7.2a.
Background correction for tracking analysis was a multi-step process that started
with the average subtraction of the background. For our purposes we performed
a 50 frame rolling average. Whilst this was effective in removing any secondary
signals from the background, we also ran the risk of removing our primary signal
of the particle, especially if it had a low diffusion coefficient. To avoid this, we

– 166 –



Chapter 7. Particle tracking

fitted the background with a 2D third order polynomial fit surrounding the last
found particle position, this was carried out in three iterations. The fit was then
subtracted excluding the particle position. It was the complex background field that
was fitted.

7.1.2 Coarse intensity tracking

Initially the start coordinates were indicated by the user in all dimensions. A virtual
3D volume was formed around these coordinates, of which size was dependant on
expected diffusive patterns. This provided the search area for the next frame and
were input by the user. For these experiments the axes were ± 4 nm in x and y
and ±1.6 µm in z. When locating the next particle position, to reduce the chance of
picking up errant signals towards the edge of the volume the 3D volume was weighted
with a 2D polynomial fit with a quadratic weighting. The polynomial used was again
dependent on expected diffusive patterns. We used an iterative approach to tracking
due to this weighting step as weighting could affect our particle localisation when
looking at a high resolution. Each iteration used improved the fit as it reset the
central position of the weighting and we could therefore be sure that we found the
maximum intensity and in turn the correct position. The refocussing was carried
out as described in [271] using fornell equations. Fig. 7.1 shows three examples of
particle movement tracked using this coarse particle tracking where movement in all
3 axes from it’s original position can be seen.

7.1.3 X, Y axis fine particle tracking

Once the highest intensity pixel had been identified, a second order polynomial
fit was taken for the two neighbouring pixels alongside the nominal position from
the coarse analysis. From this the fit peak was determined to provide sub-pixel
resolution for the particle position. This was repeated for both x and y axes, an
example of which is shown in Fig. 7.2b. Examples of particle tracks obtained with
the coarse intensity tracking and x, y fine particle tracking are shown in Fig. 7.1,
these examples encompass different track lengths to demonstrate the sensitivity and
the ability to track over large time frames.

7.1.3.1 Z axis fine particle tracking

The phase of a particle’s scattered light stays constant and therefore, once the con-
tribution of the height change was removed the remaining phase was converted to
sub pixel z axis precision. At any point, the phase of a particle can be described
using Equation 7.1, where Kexe is the excitation beam wavevector.

φ = φ0 + Kex · r (7.1)

Once the coarse intensity had identified the z position the phase offset was cal-
culated and converted to a z offset with Equation 7.2. A penalty, referred to as α,
was applied to limit the amount of phase correction that could occur. This acted
to ensure we were not interpreting any background phase drift as particle phase
offset. Once the phase offset had been calculated the axial position of the particle
was corrected by the height corresponding to the phase offset.

φ
′(x0, y0, z) = φ(x0, y0, z) + Kex · r (7.2)
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Figure 7.1: Coarse particle tracking Examples of particle tracks across the 3 measured
axes obtained from the coarse particle tracking, plots were acquired with a
3ms temporal resolution. These examples show tracks of different lengths
demonstrating the sensitivity of the technique to positional changes in 3D
alongside the ability to track across a large time range.
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a

b

c

Figure 7.2: Steps used to improve particle tracking a) A before (background cor-
rected frame) and after (Interpolated frame) of the interpolation step showing
how we smoothed the data prior to tracking. b) shows an example of quadratic
fitting to identify the peak position providing sub-pixel resolution. c) demon-
strates the ability of the z correction step to provide additional z resolution
using the phase.
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A suitable α parameter was one that allowed the phase to be corrected, correcting
any phase jumps and phase offset without being so sensitive that we were chasing
the noise and over correcting the data. A calculated start point of 0.01 was used
initially, with a smaller α factor generating a smaller correction of the particle track
and a larger α factor facilitating a greater phase correction. To find the optimal
factor we were looking for a maximal agreement of hydrodynamic radii calculated
for z with that calculated for the x and y axis. When fitting the MSD we observed
different behaviour in the region of the graph corresponding to short time intervals,
where the curvature changed with alpha as demonstrated in Fig. 7.3. This behaviour
was informed by the ability to follow reference phase drifts while not allowing the
z-noise of the amplitude to create noise-related 2π phase jumps.

Fig. 7.3 shows the effect of changing alpha across 4 orders of magnitude, the
higher alpha of 0.1 was generating a hydrodynamic radii adrift from those generated
from the x and y axes. An α value of 0.001 was used. As we assumed natural
diffusive behaviour, the MSD graph for each axis should show a linear dependency
arising from the origin. An α too low would cause the initial region of the graph
to have a negative curvature as at these small time intervals the Z track was over
corrected reducing the displacement measured. Conversely, at a high α value, the
displacement measured was higher than it’s true value as the track was under-
corrected causing noise to be analysed. We show data that had very good signal
to noise and thus z-localisation, meaning a low alpha did not impact the z tracking
too greatly. Therefore, we only had to avoid an alpha too small where external drift
could not be followed. This can be seen in the graphs shown in Fig. 7.3.

This z correction step also acted as a phase unwrapping process to remove any
remaining phase jumps. This step is demonstrated in Fig. 7.2c.

7.1.3.2 Displacement analysis of particles

To calculate a hydrodynamic radii from the displacement, MSD analysis was under-
taken on the particle tracks. The mean displacement for increasing time intervals
was calculated. For each time interval (τ) assessed an average displacement was
calculated over all possible starting times within the track. From the MSD we found
the diffusion coefficient (D) for these particles to convert into a hydrodynamic radii
(rH) using Equation 7.3. Plots showing this relationship are shown in Fig. 7.6.

rH = kBTK
6πηD (7.3)

We were interested in any motion caused by normal diffusion as this was solely
affected by the particle size, medium viscosity (η) and temperature (TK) which
were factors controlled. We needed a τ much smaller than the track time to have
sufficient statistical averaging. Drifts showed as a deviation from the linear scaling
of the MSD, towards a quadratic scaling for a linear drift allowing identification of
the τ where drift influenced results. This meant we could set our τ range to exclude
these values.

The maximum time interval we included in our MSD analysis was 100 frames,
equating to approximately 0.3 s, as for these time intervals movement was solely
impacted by normal diffusive movements and the x and y axes exhibited the same
diffusive behaviour. We discarded time intervals where the x and y axes deviated as
they were analysed in the same way and the noise terms associated with this analysis
were the same. We can say that the regions for which they deviated are likely to
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𝛼 = 0.1 𝛼 = 0.01

𝛼 = 0.001 𝛼 = 0.0001

Figure 7.3: Comparing α factors for particle tracking z correction A series of MSD
analysis of the same particle track to demonstrate the effect of a changing α,
whilst this wasn’t a very pronounced effect at low time intervals, a curved
response was observed at an α of 0.1. Also shown are the original z axis tracks
plotted with their corrected counterpart.
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have been due to error. To ensure statistical significance the maximum time interval
measured had to be less than 10% of the total track length which ensured for each
time interval analysed we were calculating from 10 independent displacements.

Prior to the calculation of the diffusion coefficient from the MSD graphs a linear
normalisation step was undertaken to remove the effect of sample drift if present in
either the x or y axes. We subtracted a linear time dependence from beginning to
end of the trace.

The following fitting of the MSD curves were weighted in favour of small time
intervals due to the higher number of independent measurements, as shown in the
right panels of Fig. 7.6. The weights scaled with the inverse square of the time
interval according to Equation 7.4 where t is the time interval and t0 is the smallest
interval.

( 1
t− t0

)2
(7.4)

To improve the fitting of the remaining MSD graph we took the initial equation
(Equation 7.5) and added measurement and position noise terms based around our
set up. One source of noise involved the piezoelectric stage which was actively reg-
ulated and had associated positioning noise and response times. These were added
into the equation alongside a generalised noise term to encompass measurement noise
in the determination of the position by iGOR, which is uncorrelated from frame to
frame. These are detailed in Equation 7.6, where σr and σs are the position mea-
surement and stage noise terms respectively, τ is the response time of the stage, D
is the diffusion coefficient and t is the time interval.

MSD = σ2
r + 2Dt (7.5)

MSD = σ2
r + σ2

s

(
1− exp

(−t
τ

))
+ 2Dt (7.6)

As previously mentioned this methodology was initially developed for the anal-
ysis of metallic nanoparticles and therefore the stage specific noise and response
times had been determined prior to these measurements. These were initially used
in this analysis however, since this data was taken, our stage developed a problem
and stopped responding completely in the x axis. For this reason we re-established
these fitting parameters for our control sample of 0.2µm polystyrene as these were
the largest particles measured in this dataset and therefore the most reliable. The
stage response time was set to 20ms in all axes as this was constant for our sys-
tem. The other noise terms were unrestrained and acted to minimise the good-
ness of fit through the root mean squared error. Our median average noise values
were 15.2e-6 nm, 6.03e-5 nm and 1.57e-4 nm for x,y and z, respectively and 7.8e-7 nm,
10.2 nm and 5.8e-7 for stage noise. An assessment of the fitting accuracy can be seen
in Fig. 7.3 where the y intercepts of the fits were in agreement to that of the data
for the α=0.001 dataset. The Z axes was in exception of this trend as the additional
phase correction removed this element of error and there was no stage movement
when measuring the axial position, it was a purely algorithmic solution.
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7.2 Expected results
The direct output of the MSD fitting was the diffusion coefficient of the measured
particle. This in turn was used in the Equation 7.3 to calculate the hydrodynamic
radius. The data was taken in a temperature controlled room and monitored, main-
tained at 20℃. The viscosity of the medium was depending on the concentration
of glycerol in the medium surrounding the particles. During the aforementioned
analysis of the gold nanoparticles this was found to be a ill-defined value, as the vis-
cosity of 100% glycerol made it difficult to aliquot due to retention in pipettes. Even
small inaccuracies in glycerol concentration caused significant error in the diffusion
coefficient calculated, this was found during the previous metallic particle work. In
an effort to reduce this source of error glycerol stocks were made in larger volumes
and titurated to reduce retention, by washing the inside walls with the produced
glycerol mixture. We anticipate the glycerol concentration error to be within 3%,
due to the fact that for larger volumes of high percentage glycerol the water was
added to the glycerol. The same glycerol stocks were used in all particle tracking
measurements discussed in this chapter, meaning that we could evaluate the error
in viscosity. We used the known hydrodynamic radii and the measured diffusion
coefficient in Equation 7.3 from the controls to further determine the error.

Alongside the calculated radii, the peak amplitude of the particle measured was
recorded, which, as it was calibrated in reflectivity could be quantified as propor-
tional to the volume. This allowed a comparison to be made between particles of the
same type. Simply, the hydrodynamic radii was expected to scale with the reflectiv-
ity as the scattering ability of the light is determined by it’s scattering cross-section,
and in turn volume.[272]

As we used a wavelength of 550 nm and measured particles smaller than this,
we expected a reflectivity proportional to the third power of the radius, (r3). A
regime known as Rayleigh scattering states a proportionality to the scattering cross-
section of the sixth power, which makes the proportionality to the volume the third
power.[272] This regime is different in SUVs where the lipid volume is the only
scattering portion. This thickness is constant and small compared to the size making
the reflectivity proportional to the second power of the radius, (r2). For differing
nanoparticle types the exact nature of this scaling depends on the polarisability
factor of the material which can be described using Equation 7.7 where εp and εm
are the dielectric constant of the particle and medium, respectively and is the square
of the refractive index.

α = εp − εm
εp + 2εm

(7.7)

The intensity measurements of our particles could have also been dependent on
axial height. As we used an incident beam at a slight angle, particles measured
above the imaging focal plane may have seen a different intensity which would have
altered their reflectivity. As our beam radius was about 10 µm and we limited our
defocus to a z range of 4 µm, using a numerical aperture of 0.3 for 4 µm defocus,
we had approximately 1 µm shift in our 10µm beam size leading to an error in
our intensity measurement. This effect was heightened for particles at the edge of
our beam. The effect of this on controls is discussed below, but for this reason we
took an average maximum particle intensity across the first batch of the track. We
anticipated minimal displacement in z and therefore minimal augmentation of the
particle intensity, making our noise minimal and intensity measurements reliable.
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7.3 Controls

7.3.1 Polystyrene

Both 100 nm and 200 nm polystyrene beads were used to establish the fitting and
analysis parameters for further SUV analysis. An example of this MSD analysis for
a 100 nm particle track is shown in Fig. 7.6a. The fits shown reported a good agree-
ment in diffusion coefficients of 0.119, 0.1, 0.101µm2s-1 for x, y and z respectively.
As previously mentioned, at high glycerol concentrations the viscosity is strongly
dependent on glycerol concentration as can be seen in Fig. 7.5a, where this depen-
dency was fitted using a 2 term exponential as shown. When looking at the diffusion
coefficients measured for both the 200 nm and 100 nm we could see that they scaled
suitably with the known hydrodynamic radii as seen in Fig. 7.7a. However, the
mean hydrodynamic radii were slightly adrift of what we expected from manufac-
turers specifications. For the 200 nm beads we measured a mean radius of 86 nm,
whilst our mean radius for 100 nm was 38 nm. Fig. 7.7b highlights the expected
x6 relationship of scattering cross section to hydrodynamic radius, which our data
also followed. Our first idea for likely source of error was our glycerol concentration.
These measurements were undertaken in a solution of 75% glycerol with a calculated
viscosity of 0.05529Na/m2. From our experimental data, by taking a mean diffusion
coefficient for each dataset we calculated diffusion coefficients of 0.0433 µm2s-1 and
0.103 µm2s-1 for 200µm and 100 µm, respectively. Combined with the known spec-
ified radii from manufacturers specifications we calculated viscosities of 0.0496PaS
and 0.0415PaS, producing an average value of 0.0455PaS for n=117, which, con-
sidering datasets were taken in different sessions was considered within reasonable
error. This viscosity corresponded to a percentage glycerol of 72.7% which was
within the estimated error of 3% of glycerol concentration. Alongside an increase in
viscosity, an increase of refractive index also occurred as seen in Fig. 7.5, in which the
refractive index was decreased from 1.44404 to 1.4415, considered insignificant. As
previously mentioned, the z height and proximity to the centre of the beam could
have caused an additional error in the peak intensity. Fig. 7.4a demonstrates the
effect we observed for different levels of z defocus. The particle position of each axis
was plotted against the scattering intensity measured for all positions measured for
the 100 nm controls. This was repeated for the x and y positions. Whilst there was
potentially a dependence of intensity on z position, as the scatter cloud was skewed
with a positive proportionality, when fitted with a first order polynomial, the bulk
of points were within the central mass showing a minimal effect on this intensity
due to positioning of the laser in the focal plane. Fig. 7.4c and d show the same
dependency for x and y where the effect was less pronounced. These results showed
that whilst we observed the expected effect of laser position it was below the level
for which we would need to correct for.

7.4 Small unilamellar vesicle analysis

To try and reduce sampling bias and gain a representative overview of the SUVs
produced we took data at different glycerol concentrations. We took data at 90%,
50% and 0%. We don’t show the data obtained in the 0% solution as most particles
were moving too fast to obtain a full batch with the particle in frame, the only
particles for which tracks were obtained were aggregates and therefore did not behave
uniformly in all axes making it difficult to make inferences based on their diffusive
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a b

c d

Figure 7.4: Effect of position in laser beam on scattering intensity Scatter plots
showing the effect of the position in the laser beam in x,y and z axes on the
scattering intensity of the particle at that position. a) shows all positions
measured with no averaging in all tracks for 100 nm polystrene controls, once
the points had been averaged over 100 frames b) was produced. c) and d)
show the averages positions and intensities for the x and y, respectively. A
slight positive skew was observed in this data, however, the bulk of the points
were within the central range. This indicated a minimal effect of laser beam
positioning.
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Figure 7.5: Properties of glycerol solutions A graph showing how the viscosity and
refractive index changed with an increasing glycerol percentage in solution.
The fits shown in both graphs were used in further analysis, for viscosity in
Ns/m2, η = 0.0001107 exp0.08168G +1.058 × 10−9 exp00.2069G, where G was
glycerol concentration in %, and for refractive index, nG = −3.255e−6G2 +
0.001702G + 1.335. The calculations leading to these plots are shown in Ap-
pendix D.1.
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a

b

Figure 7.6: mean square displacement analysis example Examples of the fits pro-
duced during MSD analysis for a highly scattering material, polystyrene, shown
in a), and an SUV (b)). The tracks of the particle position as measured in
the x,y and z are shown in the left panel with the mean square displacement
shown against the time interval in the right. The fits used to calculate the
diffusion coefficient from these plots are shown as the dashed lines.
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Figure 7.7: Measured hydrodynamic radii of controls The relationship between scat-
tering intensity and hydrodynamic radius for 100 nm (Red) and 200 nm (Blue)
of polystyrene beads as well as a plot displaying an f(x) = x3 relationship
demonstrating the expected gradient that we measured.
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Figure 7.8: Measured hydrodynamic radii of SUVs A scatter plot showing the re-
lationship between hydrodynamic radii and intensity for the tracked lipid
nanoparticles. The plot contains data for particles measured in both 50%
and 90% Glycerol allowing tracking of a wide range of hydrodynamic radii.
The plot shows a gradient representing f(x) ∝ x2 to allow comparison to the
expected relationship.

movement.
Off the back of the controls we evaluated the potential error arising from inaccu-

racies in viscosity, however as the 50% glycerol stock was generated by diluting the
90% stock down we could assume that the error in glycerol concentration was pro-
portional and therefore we could compare between the two datasets. We analysed
the SUVs with viscosity and refractive indices corresponding to a 90% glycerol stock
and a 50% glycerol stock. The viscosity for 50% glycerol was 0.008368Ns/m2. To
account for viscosity a simple substitution of the viscosity term in the hydrodynamic
radii calculation was required, however different media concentrations had different
εm meaning the polarisability factor was altered.

The results shown in Fig. 7.8 demonstrate the particle radii we were able to mea-
sure with 50% and 90% glycerol solutions. A clear relationship between the intensity
and the hydrodynamic radii was observed in line with the x4 relationship expected,
if we are to omit the particles for which the radii is low (<12 nm). Therefore, clas-
sified these as small vesicles with an internal volume. The lipid particles with a
radius smaller than 12 nm looked to have a different relationship between intensity
and hydrodynamic radii. The most likely cause of this was a different ratio between
internal volume and bilayers, for example micelles or multilamellar. They could have
also been a contamination in the sample. Further work would need to be undertaken
to determine the exact morphology of these particles, however we demonstrated the
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ability to accurately track lipid nanoparticles in x, y and z showing a high agreement
in diffusion coefficients for all three. We also demonstrated an intensity correlation
as expected with hydrodynamic radii.

7.5 Discussion
The results discussed in this chapter demonstrate the capabilities of iGOR to track
particles effectively for a changing axial position as well as lateral x and y motion.
To demonstrate this tracking we showed agreement between the measured diffusion
coefficients of all axes and for particles with different scattering cross-sections. iGOR
had previously been used for the tracking of gold nanoparticles which are highly
scattering particles. In this work, we demonstrated the ability to track organic
nanoparticles in the form of SUVs. For these, we also demonstrated a high agreement
for tracking in all axes, which gave us confidence in our ability to track nanoparticles
despite the hydrodynamic radii not being as expected. During analysis we visually
monitored the ability of the software to track and ascertain the correct particle
position which provided additional confidence that our error was coming from factors
external to our tracking software. For this, I have discussed the most likely sources
of error leading to this; either inaccuracies in glycerol concentration or the selection
of larger particles. In order to accurately determine the hydrodynamic radii for
these particles repeats would be undertaken where the glycerol stocks were measured
during preparation to minimise pipetting error associated with this step, alongside
a larger number of particles measured to reduce the impact of sampling bias.

To better understand the results obtained from the SUV analysis in terms of the
correlation with intensity, simulations could be undertaken to predict the intensity
of specified morphologies of a set hydrodynamic radius. For this, additional mor-
phologies to consider would be micelles, multilamellarity to differing degrees and
vesicle in vesicle structures, predominately this would be to determine the ratio of
different refractive indices within the vesicle. This simulation work combined with
the pipeline discussed above provide a strong method for quantifying and classifying
lipid nanoparticles and SUVs. This could prove useful in work understanding exo-
somes which are an important but poorly understood structure in biology.[258] The
ability to track lipid nanoparticles in 3D is widely applicable within the biological
field as some signalling requires a portion of the membrane as vesicles, for which
tracking would be a useful tool especially with a temporal frequency of 3ms.[268] We
have also measured a thin section of an adhered HeLa cell using iGOR, the ability
to measure both a thin section of a cell and pick up a secondary signal with a much
smaller cross-section provides the potential for the identification of docking events
and measurements of residence times.

In summary we have demonstrated the ability of iGOR to accurately track in
3D across an axial range of 4µm, up tp 70µm away from a surface with a temporal
resolution of 3ms. This was demonstrated for particles with a refractive index
close to the medium they were measured in. Combined this makes a powerful tool
for nanoparticle tracking due to the increased sensitivity and tracking range when
not using external labelling molecules. The ability to track small organic molecules,
including micelles, away from a surface provides a step change from mass photometry
and iSCAT methods and scope for biological studies.[135, 143]
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Conclusion and outlook

In this thesis I have discussed work to further the understanding of lipid membrane
dynamics predominately using label free approaches. This included generating a
model membrane suitable for the proposed imaging and characterising them using
a range of techniques. Whilst this allowed us to have a well rounded view as to
how our models were behaving it also highlighted the step change shown with each
method.

For development of the preparation protocol we utilised epifluorescence to char-
acterise the morphology of the lipid bilayer, this was primarily due to ease as we
could easily incorporate fluorophore into the membrane at a low proportion meaning
its impact on behaviour was negligible. The fluorescently labelled lipid was shown
to be sufficiently photostable allowing for electroformation to be observed directly
over the course of at least two hours. This was sufficient as the characterisation we
were undertaking using epifluorescence was qualitative except for diameter measure-
ments. Using this technique we were able to optimise our protocol to produce clean
vesicles of sufficient size. We could also identify phase separation behaviour in our
binary composition as the fluorophore was more likely to partition into the POPC
lipid as the membrane separates.

We showed that we could reliably generate unilamellar vesicles with diameters
in excess of 30µm with defect free membranes, in a clear solution. We showed
comparability with non charged lipids and electroformation solutions, which in our
case included DC15PC, DOPC, POPC only and POPC:POPE lipid compositions
and 5(6)-Carboxyfluorescein. These showed the versatility of our protocol making it
applicable in a wide range of model systems for future experiments, to allow charac-
terisation of different lipid compositions and protein additions into the membranes
using iGOR. We developed a pipeline, through which characterisation of protein
insertion is, in theory, possible. Once the interference source has been identified we
will be in a position to carry out more complex lipid studies as well as starting to
measure thickness changes in response to protein insertion, namely App6Aa1.

In this thesis I showed the work in the initial modification of the DIB system
developed from the Castell lab. This was developed as a collaboration with an
MPhil student, where we have recently produced a stable bilayer exhibiting a smooth
surface in a device printed with specifications suitable for iGOR imaging. This
provides an additional method for the measurement of bilayer systems in iGOR
providing a larger flat surface and a greater control over the lipid bilayer whilst
imaging.

We have shown two suitable model membrane systems that showed compatibility
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with a range of lipid compositions making them versatile for the future membrane
characterisation and insertion studies using iGOR.

Further characterisation was carried out using qDIC which allowed us to probe
the optical thickness of both the bilayer and internal volume of vesicles. To improve
the fitting of this data it was decided simulations would be carried out to ascertain
a more accurate profile deconvolution.

After corrections and the calculation of the lamellarity and sucrose concentra-
tions it could be determined that the majority of the vesicles were unilamellar prov-
ing that our preparation protocols are working as expected. They also contained
sucrose concentrations up to 0.2mM. There were still errors in this data as the
lamellarities were not all integers and no vesicles were reported as having no sucrose
concentration gradient which would both be expected results. However, when we
calculated the ratio between the inner and outer ratio and compare the datasets con-
taining different nominal concentration gradients we observed a difference, demon-
strating the sensitivity of the technique to identify the difference between 0.2 and
0mM sucrose.

To improve the simulations so they better represent the experimental system we
plan to incorporate a birefringence effect. To do this, at each voxel the field propaga-
tion is related to both the in plane and out of plane refractive index. The calculated
value can be used to simulate the effect birefringence has on the membrane. Once
this has been simulated the profiles can be better quantified, which could provide
additional information as to the composition of the membrane by the different lipid
species causing birefringence to differing degrees. Here we provide a basis for the
measurement of birefringence and lipid ordering in the method.

The bulk of the projected work involves the use of our iGOR technique. In
this work we have shown that we have a sub-nanometer sensitivity when measuring
both thickness and height of a suspended lipid bilayer. Coupled with the temporal
resolution of 3ms and a spatial resolution of 0.168µm we demonstrate a sensitive
method label-free able to quantify dynamics present in the membrane.

We have demonstrated a novel technique that can measure the amplitude and
phase to the resolution described above in a wide-field conformation live in two po-
larisations, this allows the measurement of any chiral effects alongside the thickness
and height of a suspended membrane. This allows us to access the dynamics of a
suspended membrane not dampened by a surface as it would be in methods such
as iSCAT. To improve the phase unwrapping, a polynomial fit was made of the
underside of top surface of the vesicle allowing correction of π jumps back to the
fitted plane of the membrane, in this way we have generated a method to correct
phase jumps. This method provided additional information regarding the vesicle as
we have demonstrated with the radius calculations at 327Hz.

In this work we discuss our results measuring POPC:POPE and DC15PC mem-
branes, we showed that we were able to analyse vesicles with high internal pressure
to determine the bilayer thickness and assign the lamellarity of the vesicles. Within
these surfaces we identified regions of the membrane that were thicker, termed ’do-
mains’. Through time trace and power spectral analysis we identified the fluctuations
associated with the membrane thickness. A wave propagating across the surface al-
tering thickness was identified using power spectral analysis. We also observed the
changes across the loss of internal pressure with time where the fluctuations of both
height and thickness increased in magnitude. In terms of the height, we accurately
traced a stable vesicle with the bending of the top surface lining up with expected
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values, however, we were not able to identify any propagating waves in the power
spectral analysis and continued work needs to be undertaken to effectively unwrap
the phase to allow accurate analysis of height fluctuations to be undertaken.

We also demonstrated our ability to identify a loss of membrane fluctuations of a
DC15PC vesicle upon cooling from 40℃ to 20℃ hence a phase transition from liquid
disordered to gel phase. This can be expanded to other lipid species experiencing
phase transitions. As identified in a DC15PC vesicle measured in the gel phase, we
could identify facets which we can analyse in detail looking at the light reflection
polarisation state, and compare with plane orientation observed in the phase. By
comparing the angle of the phase to the cross-polarised signal we can determine if
in-plane birefringence is present.

By expanding this dataset and extending to more lipid compositions we can de-
termine the membrane properties associated with the fluctuations measured, such
as the bending modulus and the identification of waves propagating across the mem-
brane surface. We have presented a pipeline for the measurement and analysis to un-
cover the thickness and height fluctuations associated with a suspended membrane.
This can be applied to different lipid compositions, such as a binary composition
likely to phase separate, alongside the addition of App6Aa1 protein to observe pore
formation and the expected dynamics. This can either be done within a slide or a
funnel to allow addition of protein during imaging.

iGOR also has been shown to have applications in particle tracking where, in
this work, I presented our tracking of organic nanoparticles. The ability of this
technique to track nanoparticles in three dimensions with a temporal resolution of
3ms, showing high agreement of diffusion coefficients with each axes, at large axial
distances (in excess of 40 µm) provides a step change in label-free tracking methods.

When using this to measure SUVs acting as our model membrane we observed
the majority of the particles following the expected relationship between intensity
and hydrodynamic radii, for a vesicle with an internal volume. However some parti-
cles did not follow this relationship. These particles had a small hydrodynamic radii,
which could have been due to a micellar conformation, or containing multiple bilay-
ers. Further investigation into this relationship including simulations could provides
a basis for the determination of the morphology of small lipid nanoparticles. This
has wider applications into exosome analysis which is an important area in signalling
biology as well as viral diagnostics and membrane residence times.[256, 258, 259]

In conclusion, we have presented the pipelines developed for the production and
measurement of model membranes using label free techniques to a high sensitivity
and resolution with scope for a wide range of membrane studies.
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Appendix A

3D printed components

A.1 Tantalum wire holder
To better control the electroformation and improve reproducibly we designed a
holder to ensure the same wire geometries. The print design is shown in Fig.A.1.
This was printed using PLA and an Ultimaker, 3 Extended, fused filament printer.

A.2 Wire clip
To allow the wire holder to be placed in different environments without disturbing
the wires and ensure they don’t unintentionally touch surfaces a clip was designed
as shown in Fig.A.2 and printed using PLA and an Ultimaker, 3 Extended, fused
filament printer.

A.3 Imaging funnels
Iterations of funnels used to image samples as an open volume once adhered to a
glass dish designed as shown in Fig.A.3, Fig.A.4 and Fig.A.5 printed as described
in caption

A.4 ITO mount
A chamber designed to facilitate ITO electroformation by maintaining contact through-
out. Chamber consists of a base (Fig.A.6) and screw (Fig.A.7) both printed using
PLA and an Ultimaker, 3 Extended, fused filament printer.

A.5 Modified DIB device design
A drawing of the device planned for iGOR experiments using the DIB system.
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Figure A.1: Tantalum wire holder print design The print file used to print the tan-
talum wire holder, printed using PLA.
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Figure A.2: Wire clip print design The print file used to print the clip used for the
wire holder, printed using PLA.
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Figure A.3: Funnel design 1 The print file used to print the 1st funnel, printed using a
BMF, S230 photo lithography printer and HTL Resin
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Figure A.4: Funnel design 2 The print file used to print the 2nd funnel, printed using a
BMF, S230 photo lithography printer and HTL Resin
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Figure A.5: Funnel design 3 The print file used to print the 3rd funnel, printed using
PLA and an Ultimaker, 3 Extended, fused filament printer.
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Figure A.6: ITO base design The print file used to print the base of the ITO chamber,
printed using PLA and an Ultimaker, 3 Extended, fused filament printer.
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Figure A.7: ITO screw design The print file used to print the screw of the ITO chamber,
printed using PLA and an Ultimaker, 3 Extended, fused filament printer.
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A.5. Modified DIB device design

Figure A.8: ITO screw design The print file used to print the screw of the ITO chamber,
printed using PLA and an Ultimaker, 3 Extended, fused filament printer.
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Appendix B

Imaging supplementary

B.1 qDIC analysis software
An example of a GUV being analysed in home written qDIC software with all
parameters input.

B.2 Detailed iGOR optical set up
A detailed schematic of the iGOR set up shown in Fig. B.2.
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B.2. Detailed iGOR optical set up

Figure B.1: qDIC software A screenshot of the qDIC software with parameters shown
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Figure B.2: iGOR optical diagram A diagram detailing the optical path for iGOR, The
OPO and Mai Tai generate the lasing beam which is then transported to the
iGOR components through the single mode fiber. PH denotes a pin hole, FM
and M are flip mirrors and mirrors respectively, L represent lenses, BS is the
beam splitter, A denotes apertures, WP the Wollaston prism, RR represents
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beam splitter and SH the shutters.
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Appendix C

qDIC supplementary

C.1 Robust Fitting
The Matlab code used in the robust fitting to Page 1 Fig. C.1 and Page 2 Fig. C.2
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for i = 1 

 

X1 = XN(:,i); 

Y1 = SY(:,i); 

 

X = X1; 

Y = Y1; 

 

% load('Data_FM.mat') 

r=[X(1) X(end)];%range 

 

%Fit function parameters 

n=2; %#harmonics or polynomial order 

W=1; %minimum width of background to fit; Use same unit as X 

N=n-(r(2)-r(1))/(2*W);%# period extension 

if N<0 

    N=0; 

    W=(r(2)-r(1))/(2*n); 

end 

offset=0;%offset in the penalty function 

sigma=0.1;%std of Gaussian penalty function or use min of local std 

% locstd=zeros(length(X)-4,1);%local std of data 

% for j=3:length(X)-2 

%     locstd(j-2)=std(Y(j-2:j+2)); 

% end 

% sigma=min(locstd); 

sigmas=10;%#steps to reach final sigma 

 

mask=1;%1: mask points between Wl and WR; 0: no mask 

M=true(size(X)); 

if mask 

    P1 = P1(i); 

    P2 = P2(i); 

    P2P = P2W(i) - P1W(i); 

    C = C(i); 

    E = E(i); 

    WL = WL(i); 

    WR = floor(0.5*(P2P*1.19)); 

    M(1:WR)=false; 

end 

 

 

[maxValue, linearIndex(i)] = max(Y1(i,:)); 

NP(i) = linearIndex(i); 

 

Inner_H_Width = floor(0.35*P2P); 

E = floor(0.5*(P2P*1.19)); 

 

% M = logical(M); 

 

% %Fourier series 

% sinf=zeros(length(X),n); 

% cosf=sinf; 

% dX=X(2)-X(1); 

% for i=1:n %Fourier components 

%     sinf(:,i)=sin(2*i*pi*(X-r(1)+N*W)/((2*n*W))); 

Figure C.1: Robust fitting code 1 Page one of code for robust fitting
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C.1. Robust Fitting

%     cosf(:,i)=cos(2*i*pi*(X-r(1)+N*W)/((2*n*W))); 

% end 

% fitfun = @(a,x) fourierseries(x,a,n,sinf,cosf,M);%Fit function 

% coeff0=calc_FourierCoeff(dX,r,n,N,W,Y(M),sinf(M,:),cosf(M,:)); 

% coeff0=nlinfit(X(M,:),Y(M,:),fitfun,coeff0); 

 

% or use polynomial fitting 

fitfun = @(a,x) polyn(x,a,n);%Fit function 

coeff0=nlinfit(X(M,:),Y(M,:),fitfun,ones(1,n)); 

 

 

sigmast=1;%starting sigma or use the formula below 

% sigmast=rms(Y(M,:)-fitfun(coeff0,X(M,:))); 

 

%Fit settings 

opts=statset('nlinfit'); 

opts.MaxIter=1e6; 

opts.Robust='on'; 

opts.Tune=1; 

 

for kk=0:sigmas-1 

    sigma0=sigma*exp(log(sigmast/sigma)*(sigmas-1-kk)/(sigmas-1)); 

    opts.RobustWgtFun = @(y) lorpenalty(y,sigma0,offset); 

    coeff0=nlinfit(X(M,:),Y(M,:),fitfun,coeff0,opts); 

end 

% figure;plot(X,Y,X,fitfun(coeff0,X)) 

% figure;plot(X,Y-fitfun(coeff0,X)) 

 

Fit = fitfun(coeff0,X); 

% RMSE = rmse(X(WR:end), Fit(WR:end)); 

% RMSEE = (sum((X(WR:end)-Fit(WR:end)).^2))* 1/size(X(WR:end),1); 

RMSE = sqrt(immse(Y(WR:end), Fit(WR:end))); 

RMSEE = sqrt(mean((Y(WR:end) - Fit(WR:end)).^2)); 

 

FPP = Y - Fit; 

 

NAF(i,:) = FPP; 

 

 

end 

Figure C.2: Robust fitting code 2 Page two of code for robust fitting
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Appendix D

Particle tracking software

D.1 Glycerol calculations
The Matlab code used to determine the viscosity (Fig.D.1) and refractive index
(Fig.D.2) of glycerol.

– 223 –



D.1. Glycerol calculations

function[eta,rho]=GetGlycerolViscosity(fraction_glyc,T) 

 

volume_glycerol=fraction_glyc; 

volume_water=1-fraction_glyc; 

 

% Calculations: 

% total_volume=volume_glycerol+volume_water; 

% volume_fraction=volume_glycerol/total_volume; 

 

%density_glycerol=1277-0.654*T;  % kg/m^3, equation 24 

density_glycerol=1273.3-0.6121*T;  % UPDATED following Andreas Volkâ€™s suggestion 

 

density_water=1000*(1-((abs(T-3.98))/615)^1.71);  % UPDATED following A.V.'s suggestion 

 

mass_glycerol=density_glycerol*volume_glycerol; % kg 

mass_water=density_water*volume_water; % kg 

total_mass=mass_glycerol+mass_water; % kg 

mass_fraction=mass_glycerol/total_mass; 

 

viscosity_glycerol=0.001*12100*exp((-1233+T)*T/(9900+70*T)); % equation 22. Note factor of 

0.001 -> converts to Ns/m^2 

viscosity_water=0.001*1.790*exp((-1230-T)*T/(36100+360*T)); % equation 21. Again, note 

conversion to Ns/m^2 

 

a=0.705-0.0017*T; 

b=(4.9+0.036*T)*a^2.5; 

alpha=1-mass_fraction+(a*b*mass_fraction*(1-mass_fraction))/(a*mass_fraction+b*(1-

mass_fraction)); 

A=log(viscosity_water/viscosity_glycerol); % Note this is NATURAL LOG (ln), not base 10. 

viscosity_mix=viscosity_glycerol*exp(A*alpha); % Ns/m^2, equation 6 

 

% Andreas Volk polynomial: 

c=1.78E-6*T.^2-1.82E-4*T+1.41E-2; 

contraction=1+(c.*sin((mass_fraction).^1.31.*pi).^0.81); 

 

density_mix=(density_glycerol*fraction_glyc+density_water*(1-fraction_glyc))*contraction; % 

equation 25 

 

eta=viscosity_mix; 

rho=density_mix; 

 

Figure D.1: Glycerol viscosity code The code used to calculate the viscosity of % Glyc-
erol
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% Refractive index scales linearly with the volume fraction of glycerol 

% Refractive indices are calculated at 20 deg C 

 

function [n_mix] = GetGlycerolIndex(fraction_glyc,lambda) 

 

lambda = lambda/1000; % Conversion to microns 

 

% Pure glycerol refractive index 

n_glyc = 1.46004 + (3.94934611e-3)/(lambda^2) - (1.77343e-5)/(lambda^4); 

 

% Pure water refractive index 

B = [5.684027565e-1,1.726177391e-1,2.086189578e-2,1.130748688e-1]; 

C = [5.101829712e-3,1.821153936e-2,2.620722293e-2,1.069792721e1]; 

 

n_h2o = 1; 

for termNo = 1:4 

    n_h2o = n_h2o + (B(termNo)*(lambda^2))/((lambda^2) - C(termNo)); 

end 

n_h2o = sqrt(n_h2o); 

 

% Calculates the weight fraction 

weight_glyc = fraction_glyc*1260.8; 

weight_h2o  = (1-fraction_glyc)*998.29; 

 

wFrac_glyc = weight_glyc/(weight_glyc+weight_h2o); 

wFrac_h2o = weight_h2o/(weight_glyc+weight_h2o); 

 

% disp(wFrac_glyc) 

% disp(wFrac_h2o) 

 

n_mix = n_glyc*wFrac_glyc + n_h2o*wFrac_h2o; 

Figure D.2: Glycerol viscosity code The code used to calculate the refractive index of
% Glycerol
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