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Membrane lipid composition is often quoted within the literature, but with very little insight into how or
why these compositions vary when compared to other biological membranes. One prominent area that
lacks understanding in terms of rationale for lipid variability is the human gastro-intestinal tract (GIT). We
have carried out a comprehensive systematic literature search to ascertain the key lipid components of
epithelial membranes, with a particular focus on addressing the human GIT and to use compositional
data to understand structural aspects of biological membranes. Both bacterial outer membranes and the
human erythrocyte membrane were used as a comparison for the mammalian [epitheliall membranes
and to understand variations in lipid presence. We show that phosphatidylcholine (PC) lipid types tend to
dominate (33%) with phosphatidylethanolamines (PE) and cholesterol having very similar abundances
(25 and 23% respectively). This systematic review presents a detailed insight into lipid headgroup
composition and roles in various membrane types, with a summary of the distinction between the major
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lipid bilayer forming lipids and how peripheral lipids regulate charge and fluidity. The variety of lipids

rsc.li/soft-matter-journal present in biological membranes is discussed and rationalised in terms function as well as cellular position.
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Introduction

Almost 50 years on from the proposal of the fluid mosaic model
of cell membranes by Singer and Nicholson in 1972, the model
is still relatively untouched and is accepted today as the
foundation of our understanding of cell surfaces." Since then
it has been amended and updated in order to agree with
current understanding, forming a cornerstone of a field that
is in constant change.”

The cell membrane is an extremely complex set of structure
and functions. Because of this, being able to understand it at a
fundamental level is challenging and requires a number of
different techniques to be able to provide information.
Historically biological mimetic (biomimetic) membranes were
studied using monolayers at the air-water interface through
techniques such as Langmuir-Blodgett deposition.> Moving
forwards, more complex analyses of increasingly advanced
and accurate models have been developed, including using
solid state NMR techniques to help understand bilayer
dynamics, probing layers on a solid support through atomic
force microscopy, or investigations of bilayers using a quartz
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crystal microbalance with dissipation monitoring, attenuated
total reflection FTIR, or much more powerful techniques such
as small angle X-ray scattering (SAXS), neutron reflectometry
(NR), or small angle neutron scattering (SANS).**° For systems
such as DSC, SANS, and NR bilayer deposition, micelle/vesicle
sizes of 50-200 nm are common.'>'* In order to gain an in
depth and accurate understanding of how the biological
membrane functions, a number of these techniques are needed
in tandem. Fig. 1 shows some examples of systems used as
foundations for membrane modelling. It should be made clear
that even the most complex biomimetic models do not yet
reflect the cell in its entirety. It is common for each model to
examine a small number of functions or components but given
that biological membranes include all kinds of complex parts (ion
channels, receptors, surface proteins, surface carbohydrates, etc.)
it is a hard task to investigate all of these at once. Whilst
modelling does not always completely imitate the real world state
of the system, these methods are also valuable tools in under-
standing membrane interactions.'***

At present, the mammalian membrane environment is
considered to be dominated by glycerophospholipids and
supplemented by the presence of sphingolipids and sterols."”
This review sets out to bring together the understanding that
surrounds membrane systems, in particular those that are
relevant to epithelial surfaces and identify potential gaps in
the literature as far as mammalian model systems are
concerned. Further, we show that bacterial modelling is
extremely popular as a method for examining the effectiveness
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Fig. 1 Schematics of some typical methods for modelling lipid systems
and for observing their interactions; top left — micelles; typical of
surfactants and other hydrophobic molecules when introduced to an
aqueous environment. Top right — monolayers; very common set-up for
Langmuir—Blodgett type experiments for measuring lipid surface pressure
and tension. Bottom left — vesicles; these can adopt a large size regime
and are frequently used to mimic simple bilayer interactions when formed
with lipids. Bottom right — asymmetric bilayers; complex layer formation is
taking centre stage in many surface sensitive techniques as they become
more accurate and complex.

of antimicrobial agents'® and compare the compositions of the
mammalian epithelium and the human erythrocyte. Within the
membrane environment, epithelial cells are polarised and are
able to maintain separation between the apical, lumen facing
interface, and the basolateral portion. Even within these
adjacent domains of a single cell, there is localised variation
in the distribution of species across the surface and that
relative concentrations of various components can have large
implications in the function of a surface."”"® Given that there is
such variation in lipid composition within the natural world,
this invites questions concerning why there are so many kinds
of lipids, and do differences in lipid species at a surface have an
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effect on function?"® While lipids form such a ubiquitous part
of the natural world, the reason for their variation and breadth
remains relatively poorly understood.>® Cells expend a lot of
resources on the synthesis of the vast array of lipids within a
membrane - but for what reason?* It is prevalent throughout
the biological world that structure is secondary to function; that
is that there is an implicit reason for such a diverse range of
lipid species.>” Bacterial membranes can also be built from the
neat lipid components, or alternatively by using bacterial lipid
extracts, both of which are suitable for investigation using the
techniques outlined above.” The large scope for variability in
membrane composition and structure gives rise to a range of
ways to observe and model such membranes. As epithelia differ
in their specific composition from cell line models to bacterial
to simple mammalian epithelial linings.>*****> With differing
structure and function comes differing methods for probing
the various aspects of a membrane.”® Quintessentially these
reviews highlight that as techniques and technology progresses,
so too does our understanding.

When modelling lipid systems, as with any model, there are
a lot of components to consider. It is important to try and get
the model to describe its real-world counterpart, although
naturally as the accuracy becomes better the complexity often
increases as a result. In this article, the aim is to understand
the content of the scientific literature through a holistic
approach in order to gain insight into what is known about
lipid composition in general, as well as in more detail at a
tissue/biological interface specific level in order to identify
possible gaps or areas of need in the scientific knowledge.
We set out to answer the question ‘“What is the composition of
epithelial membranes?” Throughout this article the kinds of
species shown in Fig. 2 are referred to. Fig. 2 gives a breakdown
of how the species are related, the chemical class they belong
to, as well as a brief schematic representation.

From Fig. 2, triacylglycerides are a large component in
mammalian fats, as well as present in the blood. In all their
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Fig. 2 Depiction of lipid classes, along with categorical examples of each class and a simplified schematic representations. Chain lengths and degree of
saturation varies within natural membranes, typically ranging from around C-14 to C-24.
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various guises glycerophospholipids, are the main components
of biological membranes. There is evidence to show that the
difference between phospholipids and sphingolipid chain
packing is heavily involved in membrane domain formation,
and the regulation of lipid rafts,” although lipid rafts remain a
controversial topic.”® Phospholipids have a higher degree of
unsaturation resulting in a more disperse lipid packing in the
membrane. Sphingolipids are lipids that contain a sphingoid
base, and play important roles in cell recognition. Sphingolipids
tend to have much longer and more saturated chains when
compared to other membrane species (sterols, phospholipids,
etc.) which results in a higher transition temperature as a result
of tighter packing geometries.>® Glycolipids are a class of lipid
that contain a glycosidic carbohydrate; like sphingolipids they
also play a role in cell recognition, and they help to provide
structural stability to the cell membrane.>** Glycolipids, both
N-linked and O-linked, are thought to be involved in the apical
signalling and sorting machinery.*

Structures of some major cellular lipid components are
shown below in Fig. 3. Common to all of them is the glycerol-
derived backbone along with the R-groups that denote the scope for
varying hydrocarbon chains that differ by length and saturation
which varies within natural membranes, typically ranging from
around C-14 to C-24.>°** Shown in blue are the head groups that
are phosphate bound and vary between lipid classes. As well as
chain length and saturation cholesterol plays a vital role in
mammalian membrane structure to preserve integrity and the
regulation of the fluidity of the bilayer through how it impacts
the packing of lipid tails.**” It is understood that cholesterol is
found preferentially in the plasma membrane when compared to
intracellular membranes.*®
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Previously, it was thought that within any given membrane
environment a single lipid species would dominate, and that
other lipids were only present on much smaller scales and
within local domains when required for specific functions.
However, more recently it is understood that local environments
contain a broader range of lipids that are derivatised and
have more specific local functions.>**° Phospholipids, once
derivatised, can become distributed throughout the membrane
differently which will contribute towards cell membrane
functionality in some way.*"

Epithelial cells are often characterised as having two major
distinct portions which are functionally separate. The lumen
facing portion of the cell is described as apical, while the bottom
is described as basal. Tight junctions are responsible for
connecting adjacent cells with a tight seal, with the seal acting to
prevent movements around the outsides of the cell, as well as
maintaining distinct membrane portions.*>** Just as lipids are
polarised between epithelial cell membrane portions, so too are
proteins; it has been shown in cells that are tight junction deficient
that polarity is maintained and the lipid and protein distribution
does not differ from cells that contain tight junctions.**

It is has been understood for some time that lipids are not
symmetrically distributed across the membrane leaflets;
choline containing lipids tend towards the outer leaflet while
anionic lipids are located preferentially on the inner leaflet, as
well as other species such as PIP,.*>™*” There are also reports of
PE being more abundant in the inner leaflet, and this is covered
in other reviews.*®*° These kinds of compositions, and their
effects, have also been studied computationally. Simulations
show the effects of composition, chain length, curvature, and
thermodynamic behaviours.>’
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Fig. 3 Structures of some membrane lipid head groups shown in blue that are phosphate bound. The glycerol-derivative backbone is also shown along

with the positions of the R-groups that can vary in length and saturation.
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In this study, we use a comprehensive literature search to
systematically investigate the lipid head group composition of
mammalian epithelial cells, with a particular focus on those
that are intestinal and from the human GIT. Rationale for
understanding the lipid composition of the GIT stems from
the importance of helping to understand how these biological
surfaces are structured and how they behave. By using the
compositional data to inform models, there is scope for this
kind of information to develop how models behave during
illness or disease, and even to help study the effects of
pharmaceutical compounds on these kinds of biological
surfaces. Further, the principles used can be taken and applied
elsewhere, for example closely related surfaces such as other
epithelia can be similarly modelled. This article aims to identify
gaps within the literature where data relating to GIT lipid
composition is concerned, and identify some open questions
that can help shape research in this area moving forwards.
First, the contents of epithelial membranes are studied, and
then these are broken down into various subgroups depending
on the source of the epithelium. These head group compositions
are then compared to bacterial outer membranes and the
epithelium of human erythrocytes. Similarities and differences
between the various membrane types are considered all with the
intention of understanding reasons for lipid variability within
membranes.

Methodology
Systematic review of epithelial cell composition

The focus of this systematic review was to search terms for lipid
membranes that linked to the lipid head group composition of
these lipids, as this will provide crucial information that will
serve as a basis for (i) providing insight into how the membrane
operates as well as (ii) serving as a basis for model membrane
synthesis. The composition of the epithelial membranes was
investigated, along with bacterial outer membrane composition
and that of the human erythrocyte for modes of comparison.
Bacterial membranes were chosen because they are relatively
well characterised and understood, having long since been
used as membrane models. Human erythrocytes were chosen
to allow comparison to another human epithelial membrane,

Titles screened

4 (n = 21299) Inclusion criteria

Search terms

Yes Meet inclusion criteria? No

aqkey

Abstract screened

Articles excluded

Articles included _ J
(n =21245)

Meet incl 'in riteria?
(n=54) eet inclusion criteria

(a)
Fig. 4
using both AND and OR Boolean operators.
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especially for the case of comparing to human cell types. The
first step in this study was to screen the literature for articles
containing relevant information on cell membrane lipid
composition. This was done through a systematic search using
the database Web of Science®™, searching all databases and
screening by document type for ‘Articles’ Search terms were
selected in order to remove unwanted hits and then secondary
search terms were used in order to focus a broad result into a
list of results that contained relevant information. The search
was not filtered by year, and was from 1970-2020. Note - 1970
was chosen as the start year as this is the earliest year listed
when going through the filtering step.

Articles were collected through two independent searches,
and the results were combined. Each search was comprised of
two lists shown in Fig. 4b: lists A and B were used together
while lists 1 and 2 were also paired. During searches, search
terms were combined using the Boolean operators OR between
groups showing results that appeared through both. The two
sets of lists were combined using the AND operator, which
resulted in only articles featuring in both searches being
displayed. Every possible combination of searches within the
respective lists was used to generate results and the lists are
shown below.

The literature search found studies that met the inclusion
criteria; (a) lipid composition, (b) epithelial membranes, and (c)
membrane structure for healthy cells.”*> Any studies from
the search that did not contain quantitative information were
discarded from the results. Data from the remaining studies
were collated and analysed in order to assess the lipid
composition of biological species and are presented below.
The selection criteria were chosen to allow thousands of
publications to be narrowed through the title or abstract of
the publication. They were selected in a way that allowed a
multi-layered analysis of the state of epithelial composition in
mammalian cells as a whole, ending in a very specific view of
lipid composition of the human GIT. The search was conducted
independently by 2 authors, and collation of the results was
filtered and results collated by a single author examining
abstracts and applying inclusion/exclusion criteria. The results
include a range of mammalian animal types. From the 54
search results acquired there were 75 individual sets of data

List A List 1
- Lipid composition - Epithelial
- Epithelium - Epithelium
- Lipid bilayers - Mucosa
OR »AND € OR
List B List 2
- Membranes - Lipid composition
- Biomembranes - Membrane
- Cell membranes composition

(b)

(a) Flow diagram that summarises the method for the selection of articles. (b) Schematic showing how search terms were combined between lists

This journal is © The Royal Society of Chemistry 2021
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that related to lipid headgroup composition of one of the
relevant tissues outlined above, that cover a very broad range
of cell types. These can be divided down into subgroups for
data processing based on cell type, location, those that are
specific to humans, etc. These will be covered in more detail
within the results section of the review and comparisons
between such subsets of data are shown in Fig. 8.

As a final note, while the head group composition was the
focus of this review, it is understood that tail length and level of
unsaturation all have important roles, these are commented on
in later parts of this review, although not investigated and
scrutinised as intensely as the head group composition.'*®
Further, composition across leaflets is not quantitatively
investigated, however it should be acknowledged that this
phenomenon occurs in most biomembranes.*’

Fig. 5 below shows a breakdown of all the results from the
search based on how many lipid species were reported in their
analysis, with some reporting up to 8 lipids and others as little as
3. 71% of all the publications found reported 5 or more lipids.

Bacterial outer membrane composition

Following the search for epithelial membranes, it was important
to understand what makes the human epithelial layer unique and
how it contrasts from other membranes that play similar roles. It
should be understood that the searches for both bacterial outer
membranes and the human erythrocyte were not comprehensive
systematic searches. Instead they serve as markers for
comparison. Since bacterial membranes are relatively well
understood these were chosen as a point of reference. To get
insight into bacterial membrane compositions, a cross section of
the literature was found with three distinct search terms which
were connected with the Boolean AND operator:

e Bacterial.

e Outer membrane.

e Phosphatidylethanolamine.

The search was conducted using Web of Science, within “All
Databases”. The date was not limited and the native range is

I 3 lipids reported
I 4 lipids
[ 5 lipids
[ 6 lipids
17 lipids
[C—I8lipids

9% 9%

20%

25%

32%

Fig. 5 Chart showing number of lipids reported in the search results by
percentage.
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View Article Online

Paper

1970-2020. When compared to bacterial composition, there
are significant differences in the presence of lipids that are
common to both membrane types. Search term results were
narrowed down and selected by including studies that
evaluated (outer) membrane composition of both Gram-positive

and Gram-negative bacteria; n = 21."%"">

Human erythrocyte membrane composition

The human erythrocyte membrane was also used as a
membrane comparison. Comparing and contrasting this with
bacterial and human membranes provided insight into how
differences have an impact on function, or instead, is lipid
composition optimised according to function? To that end, a
lipid composition search was carried out for human erythrocyte
membranes. The search was designed from the outset to only
include membranes from erythrocytes that were specifically
human, and contained several lipid classes in their analysis.
The search terms comprised of two pairs (a) membrane
composition OR phospholipid composition AND (b) human
erythrocyte OR human red blood cell; each pair being combined
using a Boolean OR operator, and then a total AND combinator
to yield 23 results, of which only 9 were appropriate for
inclusion.’”®**® One important note on the erythrocyte data;
only 2 of the 9 compositions contained data that related to
cholesterol content, and as such it may not be completely
representative. However, where cholesterol contents were
reported, the amounts of other lipids were reduced in all cases
compared to where they were not reported. This may result in
artificial inflation of the lipid values of the other membrane
lipids. To ensure that the lack of cholesterol data was not
erroneously inflating the remaining lipid data, the two values
that were taken from the literature search (49.75 and 45.46%)
were averaged and used for all missing cholesterol values. The
averaged value of 47.6% is in agreement with the literature that
describes human erythrocyte membrane composition,>*?%1377139
From the average cholesterol values, the remaining lipid
compositions were adjusted. As a result of the majority of the
data for cholesterol being the same average value this leads to
smaller than usual standard deviations and error value; however,
this does lead to a more representative measurement than
having artificially large lipid head group data.

Publication rate for studies relating to
‘lipid composition’

One of the first things that was considered when conducting
this study, is how the phospholipid composition has appeared
in the literature over time. Fig. 6 shows the number of
publications as a function of time that are discoverable under
the search term “lipid composition” in the Web of Science
database. The explosion in the number of publications in the
early 1990s likely comes as result of the ‘-omics’ trend; the leaps
in mass spectrometry and liquid chromatography technologies,
along with developments in tandem methodologies, has
enabled lipids to enter the omics realm behind genomics and
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Fig. 6 The number of publications for a given year as a result of the
search term ‘lipid composition’. Colouring within the bars represents the
total number of publications in a given filter term used to refine the overall
‘lipid composition’ search. The smaller coloured bars are included within
the total count and form part of the blue bars.

proteomics."*® Within the figure, the blue bars are representative
of the total number of publications for a given year where a topic
was lipid composition. Within these, the other coloured bars
represent categories by which the results can be sub-divided into
“human”, “bacterial”, “mammalian”, or “intestine”, etc. The
smaller coloured bars are included within the total “Lipid
composition” count and form part of the blue bars.

Lipid compositional studies
Epithelial membrane composition

It should be noted that when seeking out lipid compositional
and lipidomic studies there can be a large amount of variability
in the lipids that are examined within these studies, which is
described and visualised in more detail in the ESI.f Through
searching the literature our search provided 54 papers that have
defined lipid composition but from a variety of biological
sources for epithelial cells. The data averaging lipid composition
for all 54 is displayed in Fig. 7. While this hides any variability
between different types of epithelial cells it does allow identification
of the major lipid components seen within these systems.
We report lipids as a relative percentage of total lipid content
within each study. This serves to give a general overview of general
lipid content within nature, and more specifically mammalian
biology, which lipids tend to dominate.

The 54 papers included in this study define lipid content
from a variety of epithelial membrane sources. It is clear
that within the majority of compositions, PC and PE lipids
dominate, along with cholesterol, with average compositions of
ca. 37, 26 and 25% respectively It has been reported that PC
accounts for >50% of the lipids within eukaryotic membranes,
although the results from this review show that this may be an
over-estimation.”> No doubt, the variability within lipid
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Fig. 7 Values of overall mean lipid content taken from the studies found
as a result of the initial literature search in Web of Science; n = 54. These
percentages represent the proportion of lipids present in all membranes
irrespective of origin or type. Numerical values for the mean are presented
along with their standard deviation. Tabular results can be found in the
ESI,{ in Table S3.
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Fig. 8 Mean compositional data for intestinal studies obtained from the
systematic review search for articles that pertained to intestinal tissues
(n = 18), epithelial samples (n = 22), and samples that related to the human
GIT epithelium (n = 10). Values are plotted as relative means, and data
are given as relative means SEM in Table 1. Individual plots with their
associated error bars are given in the ESL{

composition is dependent on the tissue type in terms of its
origin, structure and function. These factors will have an
impact on the phospholipid content and this is something that
this text seeks to explore further.

When lipid membranes’ composition are taken as an
average this does not by necessity take into account the function
of those membranes. In order to make judgements about
different membrane types, a more focussed analysis must be

This journal is © The Royal Society of Chemistry 2021
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conducted. Below comparisons are drawn from data obtained in
the review and will show specific data grouped together by cell
type or by environment to investigate how lipid compositional
trends differ as a function of biological geography. One
limitation of the literature search was that not all papers
reported exclusively cell membrane composition. Where the
membrane was not isolated, these data may reflect more the
whole cell lipid isolate. As such, these data should be handled
with care and later are separated out into various surface types to
reduce the effects of non-specific lipid extraction.

Studies that contained lipid compositional data for intestinal
samples (n = 18) showed that the three most dominant lipids are
PE, PC, and Chol have relative percentages of 32.9 £ 2.9, 29.5 +
2.5, and 26.5 + 3.5% respectively (see Table 1). This is different
when compared with epithelial or human GIT epithelial mem-
branes which show PC as the most abundant lipid. Interestingly,
SM is around 3% lower from the mean data (Fig. 7); a decrease
that could be explained by the increased prevalence of other
bilayer lipids such as PS, PI, and PA, each with their own
structural roles. Intestinal data, which is not strictly from
epithelial samples, shows elevated amounts of the anionic lipids.
This may suggest that anionic lipids do not play as much of
a role in epithelial and surface cells as they might in basal or
non-lumen facing cell portions- shown in Fig. 8. Note that while
not all these data are from human intestinal samples, they are
still deemed relevant in that they perform the same function:
acting as a barrier for absorption of nutrients from the GIT.
Conversely, cholesterol is the most abundant membrane species
in human erythrocytes, going against the trend of being PC or PE
dominant.

There is evidence that cholesterol and sphingomyelin
composition have an impact on each other. Cholesterol has
been shown to be associated with SM in preference of other
membrane species.'*" The effect of SM presence within a
bilayer on cholesterol was demonstrated to be more important
than cholesterol’s interactions with the layer lipids.'*?
Cholesterol and SM have both been linked to the production
of laterally organised microdomains (rafts) within membranes,
and these topics have been reviewed elsewhere. >34

Table 1 Comparison of the lipid compositions of samples taken from the
literature study conducted as outlined above. Data below is from studies
taken from the total 54 articles found, and divided into subsets related to
intestinal (n = 18), epithelial (n = 22), and human GIT epithelial samples (n =
10). Values are given as rel% and quoted alongside are the SEM and
standard deviations of the mean

Epithelia Std Intestinal Std hum. GIT Std
Lipid (n =18) SEM dev. (n=22) SEM dev. epi. (n = 10) SEM dev.
PC 37.0 1.7 15.1 29.5 2.6 12.1 33.6 3.1 131
PE  26.1 1.5 13.2 329 2.9 13.4 25.8 3.9 16.5
PG 1.8 0.4 1.8 4.0 1.3 2.3 0.6 0.2 0.3
PS 7.9 0.5 3.6 7.9 0.9 4.0 6.3 0.9 3.2
PI 7.9 1.1 7.9 8.5 1.4 5.7 7.2 1.1 4.3
PA 1.4 0.4 1.6 1.3 0.0 0.0 0.4 0.1 0.1
SM  10.1 0.9 71 7.2 0.7 3.4 9.0 1.0 3.8
Chol 24.5 1.7 9.1 26.4 3.5 10.4 23.3 2.1 6.7
CL 4.9 0.8 3.0 5.4 1.1 3.1 3.3 1.4 3.4
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Where epithelial surfaces are concerned (n = 22, although
not necessarily exclusive to the GIT) PC, PE, and Chol are still
the dominant lipids with amounts of 33.6, 25.8, and 23.3%
respectively. However, unlike for intestinal samples, PC is the
most abundant lipid here. The relatively low proportion of
cholesterol in epithelial surfaces is likely related to their
function, as all interfaces that are lumen facing are required
to be relatively fluid to allow transfer processes to occur. These
data are shown in Fig. 8 as the orange bars. Intestinal samples
(n = 18) are of origin from the intestinal organs, but are not
always specified as either human or epithelial. Samples from
the search that satisfied all the criteria of human, epithelial,
and intestinal studies (n = 10) were collated to allow investiga-
tion of specific types of epithelial surface. Again, in the human
intestinal epithelium it is shown that PC, PE, and cholesterol
are clearly the most abundant. Peripheral lipids PS and PI each
make up around 5-10% of the environment. These both help
regulate charge in the membrane, as in the other two categories
that were examined, and maintaining a balance of polarity/
non-polarity across the membrane helps to only allow
desired species to cross the barrier. Human GIT epithelial
compositions are shown in Fig. 8 as yellow bars. The data for
all three subsets can be found in Table 1.

Bacterial membrane composition

When compared to bacterial composition, there are
obvious differences in the presence of lipids that are common
to both membrane types and can be seen in Fig. 9.
Alongside this, comparisons are drawn to the main bacterial
lipids (PE, PG, and CL) as they appear in mammalian cells in
Table 2.

It is understood that CL plays a role in the membrane
regions that surround proteins and their incorporation into
the bilayer, along with non-bilayer lipids such as PE.?%143
It has also been reported that PC can account for up to 50% of
lipid species in eukaryotes.'*® This can go some way towards
explaining the lipid split as observed in Fig. 7 where PC
dominates, with zwitterionic lipids being argued to play
the role of the dominant bilayer-forming lipid in bacterial
membranes, leaving PE and CL to provide structural support
and phase support around membrane proteins, which would
account for the split of lipid species as shown in Fig. 9.

Bacterial membrane composition, has been well reviewed
previously; with this in mind, the minor lipids of the bacterial
compositions were omitted from this review in order to better
highlight the fundamental differences across membrane
types'®” based on the lipids that tend to dominate. The
Sohlenkamp and Geiger (2015) review outlines the presence
of how composition varies with species of bacteria, and how
E. coli has long served as the model organism; hence, the
authors direct you to that work for a comprehensive breakdown
of Dbacterial species. Crucially, the Sohlenkamp
supports the findings gathered through the literature search
described above as far as dominant lipid headgroup species are
concerned. The question of variation and diversity still
remains.
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Fig. 9 Figure showing the mean relative percentage lipid compositions of
the human GIT epithelium (blue, n = 10), the human erythrocyte
membrane (orange, n = 9), and a bacterial outer membrane (green, n =
21). The GIT and erythrocyte membranes are compared according to the
common lipid species that are contained within the membrane, while all
the lipid species taken from the bacterial membrane search are shown.
Values are plotted along with their respective SEM values.

Table 2 Lipid composition of bacterial membranes as shown above in Fig.
7 and 9 to show how individual lipid abundance varies between the two
different membrane types. Values are given as mean relative % SEM, and
shown with the standard deviations as well as the range of the respective
data sets

Bacterial (n =21) Mammalian (n = 54)

Erythrocyte (n = 9)

Mean Std Mean Std Mean Std
Lipid rel. (%) SEM dev. rel. (%) SEM dev. rel. (%) SEM dev.
PE 62.6 3.5 23.0 26.1 1.5 13.2 10.3 1.3 3.7
PG 25.6 2.8 199 4.9 1.8 04 — — —
CL 13.0 21 139 4.9 0.8 3.0 — — —

Human erythrocyte membrane lipid composition

In order to further develop understanding of these membrane
surfaces, it is important to understand what makes them
unique. How does their lipid composition have an impact on
function, or instead, is lipid composition optimised according
to function? To that end, a lipid composition search was carried
out for human erythrocyte membranes. The data for the human
erythrocyte compositions are graphically in Fig. 9 and values
with their associated SEMs in Table 4. One important note on
the erythrocyte data; only 2 of the 9 compositions contained
data that related to cholesterol content, and as such it may
not be completely representative. The lack of cholesterol data
was corrected for as described earlier in the methodology
section. The average value taken was found to be in accordance
with the literature. While the standard errors and deviations
associated with the cholesterol values are unusually small, the
lipid values are more representative of the erythrocyte
membrane.
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While the human GIT epithelia remain higher with respect
to the amount of PC and PE, the human erythrocyte membrane
contains a far greater proportion of cholesterol. The large
proportion of cholesterol within erythrocyte membranes is
something that has been understood for some time, so while
only 2 articles refer to cholesterol content, these data points
should not be excluded. Given that both of these membrane
types are human epithelia, the differences are markedly large in
terms of their lipid composition. It follows that there is a
“geographical” factor involved when membranes regulate lipid

species.'?”1®

Membrane lipid composition comparison

Comparing across all three membranes types shows that lipid
variability is abundant. This has been covered in some detail
in sections above that explore each individual membrane.
The difference in both anatomical geography and function goes
some way towards accounting for differences in the amounts of
lipid present. Given that cholesterol plays such a role in
maintaining layer integrity, it follows that the erythrocyte
membrane (in which the shape of the cell is critical for its
function needs to have a strictly regulated shape and contains
high amounts of cholesterol.'*® Conversely, the human
GIT epithelium requires substances to pass across it for the
absorption of neutraceuticals and as such might be required to
be more fluid and permeable, so contains less cholesterol and
more PC and PE-like species.**™”

The bacterial OM is reported to be highly asymmetric with
the outer leaflet being enriched with lipopolysaccharide (LPS)
and largely containing PE.'*° The bacterial OM has much more
PE as an external membrane component compared to either of
the human-born membranes and in the bacterial membrane it
is thought that LPS forms mixed bilayers with phospholipids
and proteins intercalated into the layer."®® The results of
Ishinaga and colleagues are complementary in showing that
PE and PG are the dominant OM species, along with
cardiolipin.”" Fig. 9 (below) shows the lipid compositions of
the human GIT epithelium and the human erythrocyte
membrane, as well as the bacterial outer membrane.

As summarised above the bacterial OM is PE and PG
dominated, while it is clear that irrespective of the environment
from which a lipid sample is taken that PC, PE, and Chol are
dominant as seen in Fig. 10. In samples of animal origin, a lack
of PC lipids are replaced with increased amounts of cholesterol
or peripheral lipids such as PS or PI. This is true for animal
samples that are epithelial not of the GIT (orange bars) as well
as from the animal GIT (green bars). In all cases SM appears to
provide a similar supplementary role, as does cardiolipin.
The cardiolipin content is only around half of that seen in
bacterial outer membranes. PG and PA in all cases are extremely
minor membrane components. Given that PG is predominantly
a bacterial membrane lipid this is hardly surprising, and there is
no need for PG on a charge basis as PS and PI both fulfil these
roles. An error bar is missing from the animal relative percentage
for PG in Fig. 10 as only a single study quoted PG levels. As a
standard deviation and standard error cannot be calculated for a

This journal is © The Royal Society of Chemistry 2021
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Fig. 10 Grouped bar chart that shows lipid mean lipid composition that
varies by sample environment as well as species. Lipid environments are
compared according to common lipid types. It should be noted that the
animal GIT value for PG has no error bar because there is only
value reported. Values are given as mean relative percentage with their
associated SEM values.

single value, SEM of this value is omitted. The low abundance of
PA can be rationalised through its role as a mediator and
intermediate in lipid biosynthesis.'** As the simplest membrane
lipid, it follows that it would be used as a precursor to other
derivatised lipids. It has been reported elsewhere to occur in
extremely small amounts within a membrane.'>® Other roles of
PA include regulation of membrane dynamics as well as lipid
signalling.

Open questions and further work

In this article, we have highlighted how the phospholipid
composition of human epithelial membranes is reflected in
the scientific literature. These were compared to bacterial
membranes and the human erythrocyte membrane to display
that different membranes vary in terms of their composition.
When considering specifically the epithelial cell composition of
the human GIT, we have shown that the amount of data
available when surveying the literature is small, with a gap in
the current understanding highlighted. In order to address the
reason for such lipid variability as well as the role of lipids in
these environments, more information is required.

One question that remains largely unanswered surrounds
the need for lipid variability, especially on a small scale. Other
publications have sought the answer to this question.'>*
However, no tangible and concise explanation has been
provided, instead attention is only drawn to these problems.
The framework that underlies these questions comes from a
slightly updated version of the fluid mosaic model that describes
separation of the membrane into discrete regions called lipid
rafts. This, however, is a topic which remains controversial and
the debate concerning lipid rafts is ongoing.*®'*> While the
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dynamics of lipid membranes have been under investigation
for years, the subtleties and nuances of the movement of lipids
within bilayers remains somewhat elusive. Such aspects are still
under contemporary investigation as efforts to understand the
asymmetry and roles of lipids continue.'**'>”

This work shows that many membranes have a majority of
zwitterionic, bilayer forming lipids to drive layer self-assembly.
Both the human erythrocyte and the different membranes from
Fig. 8 are PC, PE and Chol rich. As mentioned previously, the
PC and PE are bilayer forming and the cholesterol helps inform
layer rigidity through lipid tail intercalation. As previously
mentioned, saturation of the hydrocarbon tails also plays a
role in the fluidity of the system. Other lipids are responsible for
allowing solubilisation of proteins into the membrane, helping
with the regulation of charge in the layer and influencing
curvature.**1%14

Given the need for more information on the species that
make up biological membranes that this review has identified,
some of this can be acquired through more lipidomic studies of
GIT epithelia, as well as epithelia at large. Some of the data
obtained experimentally and computationally is stored in the
Lipid MAPS database which collates structures, spectra, as
well as some software and nomenclature tools."”®® One
recommendation of this review is to establish a more in depth
online tool or platform where lipids can be explored through
various criteria: based on cell type, cellular region, or bio-
geographical location. One such template for this could be
taken from a data set that displayed the genetic epidemiology
of novel corona virus samples'® which allows various
constraints or filters to be applied and is very interactive. Infor-
mation on composition can also be gained from cell models, both
top-down and bottom-up in their design. Having models that can
be verified both a posteriori and within the literature is essential
for producing a fundamental understanding of the structure
of biological interfaces. Through better modelling, more
experimental evidence can be obtained, which in turn will provide
a more comprehensive method for learning about larger scale
structures as well as providing a platform for accurate drug testing
models. Such cell mimetics could prove crucial in terms
of targeting drug and pro-drug therapies if they can be
compositionally accurate.

One weakness of our review is that minor lipid components
that may play a crucial role in terms of cell membrane function
might have either been excluded or be too small to measure.
Some papers only mentioned three or four lipid components,
possibly due to only focusing on the major lipid components,
or alternatively were either not able to measure or did not have
significant resolving power in the techniques used to be able to
identify the more peripheral membrane components. Equally,
they may have only been sensitive to certain kinds of lipids. As a
result, the errors may have been artificially inflated in cases
where the values may be more spread out. Further, while the
age of some of the publications involved may have had an effect
on the experimental capabilities, these do not have any clear
bearing on the introduction of errors. The shortcomings of
these kinds of studies were consistently observed and the
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number of lipids reported is assumed to be a product of the
time in which the work was conducted. Further, as all sample
types taken here were similar, it is not surprising that the they
are all compositionally similar, although some differences are
accounted for.

There may be something that can be said about the lack in
knowledge when compared to areas such as genomics and
proteomics, given that lipidomics is still in its infancy; only
really beginning to be explored in the 1990s and some 20 or
30 years behind its predecessors. Time could turn out to be a
key factor in the volume of information available, as techniques
and methodologies are ever improving, so too will the amount
of data available. However, when one considers the amount of
data available for areas like the composition of bacterial
membranes, there is certainly no shortage. The turn of the
millennium, and certainly the decade that followed, saw a rise
in the identification of bacterial and viral pathogens as a need
for concern, but that still doesn’t go all the way to explaining the
gap between DNA/bacteria/viruses and phospholipids.*®**¢*

Model biological interfaces are part of a rapidly growing
field, and taking advantage of surface sensitive techniques to
explore these interfaces are crucial in order to understand how
they behave.”® With membranes being so ubiquitous, it is
hardly surprising that a huge number of drug targets are a
membrane in some form or other.'®” Having an understanding
of the both the structure and composition of biological
membranes on a molecular scale is vital for being able to provide
accurate, well informed models. These models are then viable for
elucidating complex mechanisms and awareness about how
interactions with biologically active compounds can be obtained.

Conclusions

To conclude, this paper has shown that developing a complete
understanding of a complete, native biological membrane is a
complex task and requires a whole host of parallel streams of
work. This comprehensive literature review has shown that PC
and PE lipids tend to dominate within humans, as well as the
relative proportions of some of the more abundant peripheral
lipid species such as PS, PI, SM, and PA. Further, we present for
the first time an in depth break down of lipid headgroup
composition of membranes from anatomical
environments including epithelia and intestinal samples of both
human and animal origin. Cholesterol is often present in high
quantities as a structural component as an aid for lipid packing
and organisation. The supporting role of PS and PI are
rationalised through their role as membrane charge regulators,
and PA in very small quantities as an intermediate in lipid
biosynthesis. SM is reported as having a critical role in the
production of lateral organisation in the bilayer. A need for more
work has been identified concerning the human GIT, and in
particular its epithelial layer. The use of lipidomic and cell
composition studies in tandem with both surface sensitive
techniques and cell modelling and mimics could be the key to
getting a wider and much more comprehensive understanding.
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