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Molecular mechanisms and energetics of lipid
droplet formation and directional budding†

Fatemeh Kazemisabet, a Arash Bahrami, a Rikhia Ghosh, b

Bartosz Różycki c and Amir H. Bahrami *de

The formation and budding of lipid droplets (LDs) are known to be governed by the LD size and by

membrane tensions in the endoplasmic reticulum (ER) bilayer and LD-monolayers. Using coarse-grained

simulations of an LD model, we first show that ER-embedded LDs of different sizes can form through a

continuous transition from wide LD lenses to spherical LDs at a fixed LD size. The ER tendency to relax

its bilayer modulates the transition via a subtle interplay between the ER and LD lipid densities. By

calculating the energetic landscape of the LD transition, we demonstrate that this size-independent

transition is regulated by the mechanical force balance of ER and LD-tensions, independent from

membrane bending and line tension whose energetic contributions are negligible according to our

calculations. Our findings explain experimental observation of stable LDs of various shapes. We then

propose a novel mechanism for directional LD budding where the required membrane asymmetry is

provided by the exchange of lipids between the LD-monolayers. Remarkably, we demonstrate that this

budding process is energetically neutral. Consequently, LD budding can proceed by a modest energy

input from proteins or other driving agents. We obtain equal lipid densities and membrane tensions in

LD-monolayers throughout budding. Our findings indicate that unlike LD formation, LD budding by

inter-monolayer lipid exchange is a tension-independent process.

Introduction

Lipid droplets (LDs) are cellular organelles with a specific
structure, which are used by living cells to store and supply
lipids for energy and lipid metabolism and membrane
synthesis.1–7 Previously perceived as passive energy packages,
LDs have recently emerged as highly dynamic, mobile orga-
nelles that are actively implicated in diseases such as obesity,
hepatitis, and cancer,3,8–10 and are involved in steroid synthesis
and cellular development.4 LDs are distinguished from typical
organelles by unique features: unlike other organelles with an
aqueous interior, LDs enclose an oily compartment; unlike

bilayer-bounded organelles with negligible membrane ten-
sions, LDs are surrounded by a lipid monolayer with a relatively
high tension;11 the initial core of LDs inside the endoplasmic
reticulum (ER), i.e. the nascent LD, has a typical size of a few
tens of nanometers ranging from 30 to 60 nm in diameter.12,13

These characteristic features have significant implications
for the initial formation of symmetric LDs (with respect to
the ER-bilayer) and subsequent budding of asymmetric LDs
from the ER.

LD formation, including initial nucleation and shape transi-
tion of symmetrical LDs, appears to be mainly driven and
regulated by membrane tensions. Under excess energy or stress
conditions, neutral lipids are synthesized in the inter-leaflet space
of the ER membrane,14 thereby creating a tense ER-bilayer.15

Beyond a concentration threshold, these neutral lipids – initially
dispersed between the leaflets of the ER-bilayer – coalesce to form
nascent LDs. This demixing process,1,16 driven by the reducing
contact between the neutral and membrane lipids, helps the ER
relax its tense membrane. The LDs, which comprise a hydropho-
bic core covered by two lipid monolayers,13–15,17 have been
experimentally observed in the form of both eye-shaped lenses
(simply referred to as LD lenses hereafter) and spherical LDs,13,16

suggesting that these structures are stable under certain condi-
tions. Stability analysis of a model LD relates LD morphological
transition (from LD lenses to spherical LDs) to the LD size,
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membrane bending stiffness, and an imbalance between the
surface tensions experienced by the ER-bilayer and LD-
monolayers.11 These ER and LD-tensions, known to be related
to membrane lipid density,18 thus significantly contribute to
forming and maintaining ER-embedded LDs with different
shapes. Nevertheless, the molecular details of how tense LDs
form from initial tensionless ER-bilayers and the free energy
landscape of LD formation with the particular contributions of
membrane tension, membrane bending, and line tensions
remain unexplained.

LD transport and degradation occur through budding of LDs
from the ER toward the cytosol.19–21 This directional budding
helps LDs reach cytosolic proteins and lipid-releasing enzymes,
which are crucial for LD metabolism.12,17,20 LDs, emerged from
the ER, grow in size leading to larger LDs on the micron scale,
which either detach from or remain attached to the ER
membrane, the latter being more likely.17,19,20 Multiple
mechanisms have been hypothesized to drive the directional
budding of LDs wherein the required membrane asymmetry
between cytosolic and luminal LD-monolayers is imposed by
different means: membrane curvature, generated by asym-
metric lipid composition22–26 and protein insertion;12,13 ten-
sion imbalance between the LD-monolayers;15 and lipid
number asymmetry between the LD-monolayers.12,27

The specific contributions of membrane curvature asymme-
try, membrane tension imbalance, and lipid composition
asymmetry to LD budding is not clear. Membrane curvature,
generated in the cytosolic monolayer by inserting proteins or
intrinsically-curved lipids, is shown to assist LD directional
budding.26,28 Several proteins and enzymes contribute to LD
formation and its directional budding by enforcing membrane
tension asymmetry, via regulating lipid composition, or like fat-
storage-inducing FIT2 and ARF1 through generating asym-
metric lipid number.12,14,29,30 The particular role of other
proteins such as Seipin, an integral membrane protein that
forms a scaffold around the cytosolic LD-monolayer, is also not
certain. While Seipin was experimentally found to redundantly
take part in the LD budding,31 more recent experiments and
coarse-grained simulations suggest that it effectively induces
LD budding.32

Regardless of the driving mechanism, LD budding toward
the cytosol requires a continuous area growth in the cytosolic
LD-monolayer and a corresponding area reduction in the
luminal one. This idea is further supported by the fact that
the LD-bounding monolayer likely originates from the ER
cytosolic leaflet.19,33 The area asymmetry can be generated in
different ways such as lipid biosynthesis,27,34 fusion of the
transport vesicles to the ER,34 ER lipid flippase,35 conversion
of neutral lipids to phospholipids by FIT2,36 and lipid transfer
from the luminal to the cytosolic LD-monolayer by proteins
such as FIT2 and ARF1. It is not clear which of these pathways
are responsible for creating membrane area asymmetry and
what mechanisms are driving them.

LD budding has been explained in terms of a discontinuous
second-order transition from symmetric LDs to completely-
budded asymmetric LDs, regulated by the LD size, and ER

and LD-tensions.11,28 Across a wide range of LD sizes, initially
stable LDs with large ER-tensions become metastable for
smaller tensions and eventually unstable for negligible ratios
of ER to LD-tensions, where the fully-budded LD is stable. Like
formation of symmetric LDs, the budding and emergence of
asymmetric LDs is thought to be governed by membrane
tensions.

The small size of nascent LDs, below the standard optical
microscopy resolution, and the dynamic nature of their for-
mation, make it difficult to investigate LD formation and
budding experimentally. Computer simulation of coarse-
grained models with molecular resolution offers an alternative
platform to dynamically monitor LD formation and budding
and to elucidate mechanistic aspects of LD biogenesis
by precise measurement of its mechanical properties.37,38

Molecular dynamics simulations have been successfully
used to study different aspects of LD formation such as the
role of proteins like Seipin39 and Caveolin,40 implications of
Triglyceride blisters for LD biogenesis,41,42 surface properties of
LDs,43 and LD budding by lipid exchange and LD-tension
imbalance.12,14 Here, we used coarse-grained simulations to
explore mechanistic aspects and energetics of LD shape transi-
tion and budding, which are poorly understood despite exten-
sive experimental and modelling studies.1

To understand LD formation, we started with identifying the
relevant LD parameters by exploring spontaneous LD for-
mation. Consistent with prior studies, membrane tensions,
proportional to the lipid density or area-per-lipid, were found
to determine the morphological behavior of LDs.14,18 Contrary
to earlier understanding,11 we observed various LD shapes,
including stable spherical LDs and LD lenses, across several
LD sizes, even for very small LDs. Based on these findings, we
hypothesized that stable symmetrical LDs of various shapes
form via a continuous transition driven by ER and LD tensions,
irrespective of LD size.

To corroborate this hypothesis and to better understand
morphological transitions and stability of the symmetrical ER-
embedded LDs, we then explored the transition from LD lenses
to spherical LDs at fixed LD sizes. By calculating the free
energies, we demonstrated that by reducing the ER-tension, a
continuous LD transition takes place from early-stage LD lenses
with large ER-tensions to spherical LDs with negligible ER-
tensions. In line with previous studies,15,18 a subtle interplay
between the area-per-lipids in the ER and LD membranes was
found to control membrane tensions and the continuous LD
transition. The same interplay between the areas-per-lipids in
the ER and LD membranes was also found to build large
membrane tensions in LD monolayers. These findings promote
the previous understanding of LD formation based on size-
dependent discontinuous LD transitions.11,28

Starting from symmetrical spherical LDs embedded in the
ER, we then exchanged lipids from the luminal to the cytosolic
LD-monolayer, demonstrating that the area asymmetry created
by lipid exchange between the LD-monolayers can act as a novel
mechanism for LD budding. Remarkably, we observed that LD
budding by lipid exchange is energetically neutral due to the
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nearly equal areas-per-lipid and resulting equal tensions in LD-
monolayers. This intriguing result suggests that LD budding
can proceed in a quasi-equilibrium manner through intermedi-
ate stable states with a modest energy input. Yet this slight
energy input, likely supplied by proteins, is essential to drive
the LD budding. In contrast to previous models that described
LD budding as a tension-induced discontinuous transition
from symmetric to asymmetric LDs,11,28 our results unveil a
neutral transition from symmetric spherical LDs to fully-
budded asymmetric LDs. Thus, we demonstrate that, unlike
LD formation, LD budding is not driven by membrane tensions
but can rather occur through lipid exchange between the LD-
monolayers, driven by a modest energy input.

The shape of the nascent LDs depends not only on the ER
and LD-tensions but also on the tension along the contact line
of LDs with the surrounding ER-bilayer.28,44 We demonstrated
that even for the nano-sized LDs neither line tension nor
membrane bending significantly contribute to the LD for-
mation. Comparing our simulation results with the theory of
membrane elasticity, we found a strong agreement between the
LD shapes predicted by the theory and those observed in the
simulations.

Methods
Coarse-grained simulations

We performed dissipative particle dynamics (DPD) simulations45–47

of a coarse-grained model to study LD shape transition and
budding. Our simulation method has been widely used to study
various aspects of both artificial membranes48 and cellular mem-
branes, including membrane fusion,49 cellular membrane rupture
and damage,45 membrane domain simulation,50 vesicle dynamics
in shear flow,51 and membrane-cholesterol interactions.52 The soft
molecular interactions of DPD allow faster dynamics with larger
time steps.46,53,54 Therefore, DPD has been particularly effective in
reproducing mechanical properties of lipid membranes55,56 such as
membrane tensions57–59 as well as the phase behavior of
membranes,46,52 which mainly contribute to LD formation and
budding.

Our coarse-grained LD model is composed of lipid mem-
branes representing the ER-bilayer and LD-monolayers, an
aqueous phase representing the luminal and cytosolic liquids,
and an oil phase that represents neutral lipids i.e. the fatty core
of the LDs. We note that both cytosolic and luminal liquids are
taken to be identical, simply represented by water beads in our
model. Coarse-grained phospholipids consist of three hydro-
philic head-group beads H and two hydrophobic chains each
having six tail-group beads T, see ESI,† Fig. S1a. Both cytosolic
and luminal aqueous liquids are composed of water beads W.
Each neutral lipid is modelled as a single chain consisting of
four oil beads O, see ESI,† Fig. S1b. All simulations were
performed in LAMMPS simulation package.60

All different coarse-grained bead types H, T, W, O have
a diameter of d E 0.8 nm, which defines the length scale
in our simulations.61 These beads interact by a conservative

DPD force

~FC
ij ¼

fij 1� rij
�
d

� �
r̂ij rij � d

0 rij 4 d

(
(1)

where rij is the distance between two beads, i and j, and the unit
vector r̂ij connects the bead i to the bead j. Whereas the
interaction force parameter fij varies for different pairs of beads,
random and dissipative DPD pairwise forces are the same for
all bead pairs.62

In our model, the interaction force parameters between
identical pairs of hydrophobic beads O and T were taken to
be the same fOO = fTT. To induce better demixing of oil
molecules from lipid tails and avoid dispersed oils in the ER-
bilayer, we used a slightly larger interaction force parameter
fOT 4 fOO = fTT between oil and tail beads than those between
identical beads. Throughout the manuscript, we used fixed
pairwise interaction force parameters fij between bead types
i,j as listed in ESI,† Table S1. These molecular interactions are
known to represent membrane properties.61 Our energy scale is
the thermal energy kBT, where kB is the Boltzmann constant
and T = 298 K is the room temperature.

The basic time scale t of the model was taken to be 1 ns based
on the experimentally measured properties of lipid bilayers, see
ref. 60 and the references therein. All DPD simulations were
performed using a constant time step of Dt = 0.01t = 0.01 ns.

In addition to non-bonded interactions between the beads,
we introduced intermolecular bonding and bending forces
within the lipid and oil chains. A harmonic bond potential

VbondðrÞ ¼
1

2
kr r� req
� �2

(2)

was applied between the adjacent beads of oil and lipid chains
at a distance r with an equilibrium bond length req = 0.5d and a
bond coefficient kr = 128kBT/d2. Moreover, a bending potential

Vbend(y) = ky[1 � cos(y � yeq)] (3)

with bending constant ky = 15kBT and equilibrium tilt angle
yeq = 0, acts on all there consecutive beads in each hydrophobic
lipid tail and oil chain.

For all simulations performed here, DPD beads were placed
in periodic simulation boxes whose dimensions were chosen
in a way to give a bead density 3/d3 = 5.86/nm3. This density is
shown to closely estimate water compressibility at room tem-
perature when the interaction parameter fWW = 25kBT/d is
applied between water beads. We performed three main classes
of simulations: spontaneous formation of LDs from initial oil
slabs with various values of area-per-lipid, morphological tran-
sition of LD lenses to spherical LDs, and LD budding toward
the cytosol by inter-monolayer lipid exchange.

Results and discussion

LD structural biogenesis usually occurs in four successive
steps: LD nucleation or coalescence i.e. forming nascent sym-
metrical LD lenses from initially dispersed neutral lipids in the
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ER-bilayer; LD shape transition from nascent LD lenses to
symmetrical spherical LDs; LD budding into the cytosol; and
LD fission or detachment from the ER. Our focus, here, is on
the two intermediate steps of LD shape transition and budding,
before which we identify relevant LD parameters by studying
spontaneous LD formation from initial slabs.

LDs, considered here, are either embedded in or attached to
the ER membrane and consist of two distinct luminal and
cytosolic LD-monolayers, each continuous with its corresponding
ER leaflet. Although our membranes are much simpler than

actual ER and LD membranes, the lateral bilayer and LD-
surrounding monolayers as referred to as the ER-bilayer and
LD-monolayers, hereafter. We employed coarse-grained simula-
tions of an LD model to identify LD parameters via spontaneous
formation of different LD shapes, and to study LD transition from
LD lenses to spherical LDs, and LD budding to the cytosol.

Relevant LD parameters

LD formation, triggered by coalescence of initially dispersed
neutral lipids (referred to as oil hereafter) between the ER

Fig. 1 LD parameters. (a) Initial slab morphology of width L with surrounding water beads (blue). (b) Two slabs of size D = 24.2 nm with different
projected areas-per-lipid, Alp, and corresponding monolayer tensions. (c) LD shapes including slabs, spherical LDs, and LD lenses, spontaneously formed
from initial slabs of various sizes with different values of LD parameters, D and Alp.
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leaflets, can be understood using the theoretical framework of
ternary phase diagram for surfactant-oil–water mixtures.15,29

Within this framework, LD formation is driven by the reducing
contact area between oil and aqueous phases, which lowers the
energetic contribution of membrane tensions.

ER-attached LDs consist of two membrane interfaces: the
ER-bilayer that separates the two aqueous media—the cytoplasm
and the ER lumen; and the two LD-monolayers each separating
oil from an aqueous medium. Due to oil hydrophobicity, LD-
tensions (at the oil–water interface) are generally larger than the
ER-tension (at the water–water interface). As a result, LDs
naturally tend to reduce the surface area of their LD-
monolayers and expand that of the ER-bilayer. Therefore, the
initial state of fully-spread neutral lipids between the ER-leaflets
with maximum monolayer area—best represented by a slab
structure—spontaneously transforms to an LD lens with smaller
monolayers and a larger bilayer. The slab-to-lens transition
provides a proper platform to identify relevant LD parameters.

The slab consists of two flat monolayers which are exposed
to water from above and below and cover a central oil slab with
their hydrophobic chains facing the oil, see Fig. 1(a). Slab
monolayers are made from Nlip lipids, equally partitioned
between the two monolayers of a fixed width L. The slab-to-
lens transition and the resulting LD shapes depend on four
parameters: The size of the droplet i.e. the oil volume; the size
of the membrane i.e. the area As of the slab; and the bilayer and
monolayer tensions.

The size of an LD is given by the volume V of its oil content,
that is the volume of the neutral lipids. In our model, the size of
every LD structure, including different LD lenses and the initial
slab configuration, with a given oil volume V is defined as the

external diameter D ¼
ffiffiffiffiffiffiffiffiffiffiffiffi
6V=p3

p
þ 2lm of a spherical monolayer

enclosing the same oil volume, where lm is the thickness of the
LD-monolayer.

The area As of the slab is defined as the surface area of one of
the equal flat monolayers of the initial slab. The slab area As =
L2, together with the LD size D, determine the surface areas of
the ER-bilayer and LD-monolayers of the resulting LDs. For a
given D, the minimum slab area, Asm = pD2/4 + L2, is required to
form spherical LDs in a box of width L, below which initial slabs
retain their flat shape, irrespective of the ER and LD-tensions.

For a given lipid composition, membrane tension has been
shown to be directly proportional to its area-per-lipid, for both
lipid bilayers and monolayers.61,63 The area-per-lipid is defined
as the average surface area occupied by one lipid molecule. Each
slab with a given number of lipids Nlip has a fixed projected area-
per-lipid Alp = 2As/Nlip, defined as the average area-per-lipid
projected into the horizontal plane. The slab monolayer tension
Sm is proportional to Alp, see Fig. 1(b) for small slabs with D =
24.2 nm and As = 655.4 nm2. Similar behavior was observed for
flat bilayers, see ESI,† Fig. S2 for more details. The bilayer and
monolayer tensions can be thus replaced by their areas-per-lipid.
For a given area As, each slab is characterized by two indepen-
dent parameters: The LD size D, and the projected area-per-lipid
Alp. These parameters determine the resulting LD structure that
spontaneously forms from the initial slab.

To see how these parameters affect LD shapes, we simulated
slabs of a fixed area As = 2304 nm2 and different LD sizes D =
29.5, 31, and 33.2 nm. For a given LD size D, the initial flat
monolayers with a small Nlip corresponding to a large Alp,
maintained their flat shapes stabilized by large monolayer
tensions, see the right snapshots in Fig. 1(c). Monolayers with
more lipids i.e. a smaller Alp, spontaneously transformed into
LD lenses as seen in the middle columns in Fig. 1(c). Further
increase in the number of lipids of the initial slab eventually led
to the spontaneous formation of spherical LDs with smallest
Alp’s. LD lenses and spherical LDs that enclose a central
axisymmetric oil compartment have been also observed
experimentally.1,16

Similar to previous studies,11,14,18 our results indicate that
the LD shape is related to its size and ER and LD values of area-
per-lipid, and thus ER and LD-tensions. Theoretical models
have linked the shape of the symmetrical LD lenses to the LD
size.11 For a given tension imbalance between the ER and LD
membranes, spherical LDs only formed for a relatively large
LD volume making LD formation a size-dependent process.
However, we observed nano-sized spherical LDs for sufficiently
small values of Alp. Even smaller LDs were detected in multiple
spherical structures we obtained for small values of Alp. Some of
these LDs are shown in Fig. S3 (ESI†). We also observed all LD
shapes for three different nano-sized droplets we simulated
here. Therefore, unlike the conventional view, our results
suggest size-independent transition pathways of different char-
acter between the LD shapes.

To better understand LD formation, we explored the hypoth-
esis that symmetrical spherical LDs can form via a size-
independent continuous transition from LD lenses driven by
energetic forces of ER and LD-tensions. Starting from an LD
lens of size D = 29.5 nm, spontaneously formed from a slab, we
changed the box width L to study LD shape transition in a
systematic manner. By calculating membrane tensions and the
corresponding Al’s in the ER-bilayer and LD-monolayers, we
explored the transition from nascent LD lenses to spherical LDs
and revealed how the subtle interplay between the ER and
LD areas-per-lipid govern this transition and lead to tense LD-
monolayers and nearly tensionless ER-bilayer. See Methods and
ESI† for more details on the simulation protocols.

Tension-induced transition of LD lenses to spherical LDs

Each LD lens is composed of two symmetrical monolayers
connected to the lateral ER-bilayer. The shape of an LD lens
of size D is characterized by the lens angle y obtained from
fitting two spherical caps to its cytosolic and luminal mono-
layers, see Fig. 2(a). We obtained different LD lenses of a fixed
size D = 29.5 nm with lens angles in the range 461 o y o 861,
each stabilized for a given box width L with the corresponding
Alp, implying the stability of intermediate lenses, see Fig. 2(b).

For each intermediate lens with angle y, we calculated
individual ER and LD-tensions, Sb and Sm, respectively. The
results are shown in Fig. 2(c). The LD-tension was taken to be
the average Sm = 0.5(Scm + Slm) of its almost equal components
in the cytosolic and luminal monolayers of the symmetrical LD,
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see the top panel in Fig. 2(d). For the wide LD lens with the
smallest angle y = 461, we found large ER and LD-tensions of
Sb = 15.5 mN m�1 and Sm = 11.7 mN m�1, with the ER-bilayer
being more tense than the LD-monolayers. LD lenses in boxes
of smaller width L and thus smaller Alp’s exhibited lower ER
and LD-tensions. Upon approaching more spherical lenses with
larger lens angles, the initially tense ER-bilayer exhibited
greater relaxation of tension compared to the curved LD-
monolayers resulting in a tension crossover, at about y = 501
for an LD size D = 29.5 nm, beyond which the ER-tension fell
below the LD-tension. The same trend persisted for larger lens
angles leading to an almost tensionless ER-bilayer (Sb E 0) for

nearly spherical LDs with y 4 851, wherein LD-monolayers
maintained a relatively large tension of about 4 mN m�1. To
understand this behaviour and reveal its underlying molecular
mechanism, we focused on the molecular structures of ER and
LD membranes by calculating their actual areas-per-lipid Al.

The spontaneous formation of LDs from initial slabs was
observed to depend on the projected area-per-lipid Alp, which is
related to the ER and LD-tensions of the final LDs. Membrane
tensions are, however, proportional to Al values in the
ER-bilayer and the LD-monolayers. Upon decreasing L, the
decrease in Alp is nearly equally shared between the flat ER-
bilayer and the curved LD-monolayers as reflected in Al’s of ER

Fig. 2 Tension-induced transition of LD lenses to spherical LDs. (a) A model LD and a schematic symmetrical LD with LD angle y. (b) Morphological
transition of an initial LD lens of size D = 29.5 nm to an almost spherical LD. (c) ER and LD-tensions for the LD of size D = 29.5 nm. (d) Equal tensions in the
cytosolic and luminal LD-monolayers verify our accurate tension calculation. Membrane tensions are proportional to Al for both the ER-bilayer and LD-
monolayers.
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and LD membranes, see the bottom panel of Fig. 2(d). Both ER
and LD-tensions linearly decrease with reducing areas-per-
lipid. The slope of the fitted line is proportional to the bending
rigidity of the membrane and is thus nearly two folds larger for
the ER-bilayer compared to the LD-monolayers. It is indeed this
difference in the slope of the linear relations between Al’s and
membrane tensions in the ER-bilayer and LD-monolayers that
gives rise to the stronger drop of the ER-tension compared to
LD-tension and results in tensionless ER-bilayer and tense LD-
monolayers of spherical LDs. The bottom panel of Fig. 2(d)
displays the fitted lines to the ER and LD-tensions versus their
corresponding Al for an LD lens of size D = 29.5 nm. As the
shape of the LD lens approaches a sphere, Al decreases about
0.06 nm2 in both the ER-bilayer and LD-monolayers. As a result,
membrane tension drops more strongly in the ER-bilayer than
in the LD-monolayers eventually leading to a nearly tensionless
ER with Sb = 0.3 mN m�1 and a tense LD with Sm = 4.1 mN m�1

for the almost spherical LD with y = 861.
In the absence of the ER-bilayer and LD-monolayers at the

liquid interfaces, the ternary phase model relates interfacial
tensions at oil–water and water–water interfaces from the force
balance equation 2SOW cos y � SWW = 0. In their presence,
however, this relation is slightly shifted resulting in a tension
difference DS = 2Sm cos y � Sb 4 0 for LDs as shown by the
black dash-dotted line in Fig. 2(c). This slight deviation is
presumably due to the negligible contributions from LD-
monolayers bending and the line tension. The tension difference
DS is proportional to the driving force which pulls the ER bilayer
and transforms LD lenses to the spherical LDs. Negligible values
of DS indicate that LD transition is primarily regulated by the
force balance or mechanical equilibrium which is independent
from the LD size. Assuming DS = 0, the crossover point of the ER
and LD-tensions Sb = Sm is obtained as y = 601 for all LD sizes.
For initial wide lenses with sufficiently small y, the ER-tension is
in the order of 2Sm and thus larger than the LD-tension. During
the transition from LD lenses to spherical LDs, the luminal and
cytosolic LD-tensions remained almost identical, as expected
due to the vertical symmetry of the LD lens, indicating the
accuracy of our tension calculations, see the top panel in
Fig. 2(d).

We have demonstrated quantitatively that the subtle inter-
play between Al values in the ER and LD membranes underlies
the continuous LD transition from wide LD lenses to spherical
LDs via intermediate LD lenses of different widths. This inter-
play between the ER and LD areas-per-lipid adjusts ER and LD-
tensions and fulfils the force balance independent from the LD
size. The slight deviation from this balance provides the driving
force for the LD transition. While initial wide LD lenses with
sufficiently small angles have larger ER than LD-tensions, a
subtle sharing of Al leads to larger LD than ER tension beyond a
crossover point, resulting in large LD and negligible ER-
tensions for nearly spherical LDs. This trend, observed here
for nano-sized LDs, thus appears to be valid for different LD
sizes resulting in a continuous, size-independent LD transition.
The LD transition thus resembles a second-order phase transi-
tion implying the stability of all LD lenses with different values

of y, consistent with experimental observations.12,14 Our results
are consistent with recent theoretical models that explain the
transition from LD lenses to spherical LDs in terms of the relative
ratio of ER and LD-tensions, where substantially larger ER-
tensions—compared to LD-tensions—stabilized LD lenses.11,15

Contrary to the conventional view, we find that the LD transition
is continuous and does not depend on the LD size.

LD shapes from membrane elastic model

Shape transformations of LDs can also be understood on the
basis of membrane elasticity theory. Unlike the simplified
spherical cap model that assumes LD-monolayers as two sphe-
rical caps, see the bottom panel in Fig. 2(a), the elastic model
considers them as smooth surfaces whose shapes are found
from minimizing the free energy of the ER-LD system. See the
ESI† for more details about the elastic model. Here, we com-
bined this model with the spherical cap model to verify our
simulation results, in particular the line tensions we computed for
LDs. We focused on the same LD of size D = 29.5 nm discussed
before. For each LD lens in Fig. 2(b), we used ER and LD-tensions,
Sb and Sm, obtained from molecular simulations, to calculate the
line tension l from the spherical cap model. We then used these
tensions to find the corresponding LD shapes from the elastic
membrane model. Remarkably, we found a strong agreement
between the LD profile (yellow curves) and the outer surface of
neutral lipids from the coarse-grained simulations for different
LD angles, see Fig. 3. Using the theoretical framework of the
elastic membrane model, we thus validated the membrane and
line tensions, Sb, Sm, and l, obtained from molecular simulations
and the spherical cap model. The line tensions we calculated here
are also close to those recently found for aqueous droplets in
contact with membranes.57,59

LD budding to the cytosol

We have understood, thus far, how initially-nucleated LD lenses
continuously transform to spherical LDs. Next, we will explore
the possibility of LD budding and emergence to the cytosol by
exchanging lipids from the luminal to the cytosolic LD-
monolayer and examine how membrane tensions and areas-
per-lipid vary during the LD budding. The asymmetry in the
lipid number is quantified by the rescaled difference D = (Ncm�
Nlm)/Nlip between the number of lipids in the cytosolic and
luminal LD-monolayers, Ncm and Nlm, respectively. This asym-
metry is created by taking lipids from the luminal monolayers
into the cytosolic one at constant total number of lipids Nlip.
We note that the lipid exchange in nature proceeds via a non-
equilibrium process. To calculate the free energies of LD
budding, however, we equilibrated each LD with a given D.

Starting from the spherical LD of size D = 29.5 nm, we
gradually relocated lipid molecules from the luminal mono-
layer to the cytosolic one, resulting in continuous increase of D
and subsequent LD budding into the cytosol. Upon increasing
D, we observed an asymmetric LD structure characterized by
two spherical caps as the cytosolic and luminal monolayers
with monolayer angles, yc and yl, respectively. As D was
increased, yl kept decreasing while the cytosolic monolayer
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bulged out by increasing yc until the luminal monolayer
became relatively small (Fig. 4(a)), corresponding to the almost
fully-budded LD with yc = 1631.

Similar to the LD transition simulations, we computed the
ER and LD-tensions for the cytosolic LD budding. Unlike
previous experiments that rely on tension imbalance between
the two LD-monolayers to explain LD directional budding,15

we calculated equal tensions of about 4 mN m�1 in the two
LD-monolayers, see Fig. 4(b). Interestingly, the ER-bilayer
remained almost tensionless during the LD budding from an
ER-embedded spherical LD with yc = 921 to an almost fully-
emerged LD with yc = 1631.

Finding almost identical membrane tensions in the cytosolic
and luminal LD-monolayers also implies approximately equal Al

values in the two LD-monolayers throughout LD budding. We
verified this by computing Al values for the cytosolic and luminal
LD-monolayers as seen in the top panel of Fig. 4(c). We obtained
constant and almost identical Al values in the two LD-
monolayers of the emerging spherical LDs. The area of the
cytosolic monolayer grows when adding more lipids. The area-
per-lipid, however, remains almost constant, presumably with
small fluctuations required for budding. Therefore, our results
indicate that LD budding does not essentially require a signifi-
cant tension imbalance between the cytosolic and luminal
LD-monolayers. The bottom panel of Fig. 4(c) displays yc as a
function of D for the emerging LDs in Fig. 4(a). An almost linear
growth is observed in yc upon increasing D.

Free energy landscape of LD transition

The underlying mechanism of LD transition can be understood
by identifying the free-energy contributions from bending the
LD-monolayers, from ER and LD-tensions, and from the line
tension. We calculated the free energy using a mean field
approach, typically applicable to membranes where large bend-
ing and tension energies are minimally affected by thermal
fluctuations as observed recently for membrane interactions

with aqueous droplets.57,59 Note that the ER-bilayer, as a flat
membrane with no spontaneous curvature, does not contribute
to the bending energy. Fig. 5(a) shows the total free energy and
its different components for different symmetrical LDs, shown
in Fig. 2(b), as a function of y.

During the transition from an LD lens to an almost spherical
LD with y= 861, the free energy rapidly dropped from about
5 � 104 pN nm to about 1 � 104 pN nm mainly due to
the decreasing ER and LD-tensions, which compensated for
the small increase in the line energy. In this regard, the LD
transition from LD lenses to spherical LDs is similar to the
formation of spherical oil droplets in water in the absence of
lipid membranes. The latter one is also driven by the surface
tension at the oil–water interface. This is reflected in the
bending energy curve in Fig. 5(a) which barely contributes to
the total free energy of the LD and thus to the LD transition.
Overall the free energy of the LD transition indicates the
negligible contribution of membrane bending and line tension
even for the nano-sized LDs considered here. This is particu-
larly important as the line tensions are generally expected to
contribute more significantly at the sub-micron scale.

Free energy landscape of LD budding

LD budding by creating an LD lipid number asymmetry, via
lipid exchange at constant Nlip, can be described by a simple
budding model. During budding, the area of the cytosolic LD-
monolayer increases while that of the luminal monolayer
decreases upon exchanging lipids between LD-monolayers.
Our simulations demonstrated that this process proceeds in
such a way that the Al values in LD-monolayers and thereby LD-
tensions do not change during budding. This suggests that the
initial symmetrical spherical LD can bud by retaining its
spherical shape as a constant sphere of size R = 0.5D, see
Fig. 5(b). As a result, the cytosolic and luminal LD-monolayers
can be represented by two spherical caps of this asymmetrical
sphere (with respect to the ER-bilayer), each with their

Fig. 3 Comparing LD shapes from coarse-grained simulations and membrane elastic model. Symmetrical LD-lenses of size D = 29.5 nm with different
lens angles from molecular simulations, shown in Fig. 2(b), with membrane profiles from elastic membrane model (yellow curves). Membrane profiles are
parametrized with the tangent angle c = c(s) as a function of the arc length s as shown in the top left panel.
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monolayer angles, yc and yl = p � yc, respectively. The initial
symmetrical sphere is characterized by yl = yc = p/2. The areas
of the cytosolic and luminal LD-monolayers are given by the
areas of the spherical caps, Ajm = 2pR2(1 � cos yj)( j = c,l).

We learned from free energy calculations of LD transition
that energetic contributions of the line tensions are negligible.
Therefore, we simplified our calculations by ignoring the line
tension for LD budding. The constant bending energy, 8pkm, of

Fig. 4 Directional LD budding into the cytosol by inter-monolayer lipid exchange. (a) Schematic LDs budding to the cytosol by lipid exchange with the
corresponding cytosolic angle yc. (b) ER and LD-tensions as functions of the cytosolic angle yc. LD-monolayers have almost equal tensions and ER-
tension is negligible during budding. (c) Almost identical Al’s in the two LD-monolayers as a function of the cytosolic angle yc. The cytosolic angle yc

varies almost linearly with the rescaled lipid number asymmetry D.
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a spherical LD throughout budding does not contribute to
the variation of the free energy. Here, km is the bending
stiffness of the LD-monolayers. Moreover, energetic contribution
of membrane bending was also demonstrated to be negligible
during LD transition. Hence, the free energy of LD budding is
composed of the stretching energies of the ER and LD mem-
branes as well as the free energy associated with the lipid
exchange from the luminal to the cytosolic LD-monolayer. For
the spherical LD of radius R connected to an ER-bilayer of width
L, the free energy is given by:

Fb = AcSb + AcmScm + AlmSlm + mD = (L2 � pR2 sin2yc)Sb

+ 2pR2(1 � cos yc)Scm + 2pR2(1 � cos yl)Slm + mD
(4)

where D is given by D = ayc + b (fitted to the data in the bottom
panel of Fig. 4(c)) and m is the free energy conjugate of D. By

setting yl = p � yc and Slm = Scm, as obtained from simulations
(Fig. 4(b)), and minimizing the resulting free energy with
respect to yc we arrive at:

@Fb

@yc
¼ 0! m ¼ pR2 sin 2yc

a

� �
Sb (5)

However, the ER-tension, Sb, was demonstrated to be neg-
ligible for spherical LDs formed by LD transition (Fig. 2(c)) and
remain negligible throughout LD budding (black dots in
Fig. 4(b)). The eqn (5) thus implies that m, and thereby the free
energy term mD, are negligible. Consequently, LD budding by
lipid exchange from the luminal to the cytosolic LD-monolayer,
at constant total number of lipids, is energetically neutral.

Fig. 5(a) shows the free energy contributions of membrane
tensions, membrane bending, as well as the term mD during LD
budding for yc o 901. The free energy mD, associated to the lipid

Fig. 5 Free energy landscape of LD transition and budding. (a) Total free energy of an LD of size D = 29.5 nm as the sum of its components as a function
of y during LD transition and yc during LD budding. LD budding is energetically neutral as seen from the term mD. (b) LD budding model used to describe
the budding process of a spherical LD to the cytosol.
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exchange is plotted with the actual values of m calculated from
eqn (5), see the orange line in Fig. 5(a). The free energy mD is
negligible compared to the other energetic contributions.

Membrane tensions

The LD-tensions of about 4 mN m�1 that we found here for LDs
of about 30 nm in diameter are very close to the LD tensions
of E2 and E4 mN m�1 experimentally measured for LDs from
mammalian and Drosophila cells.14 Comparing two different
LD sizes, D = 27.7 and 29.5 nm, we observed almost identical ER
and LD-tensions for both LDs, see ESI,† Fig. S5. To examine the
size-dependent behavior of LD-tensions, we computed these
tensions for a very small LD of size D = 20.3 nm, and a larger
one with D = 33.2 nm spontaneously formed from initial slabs
with the same method as described earlier. Fig. 6(a) shows ER
and LD-tensions of these almost spherical LDs as a function of
D. The LD-tensions were observed to slightly reduce with D
for small LDs considered here. A more detailed analysis of size-
dependent behavior of LD-tensions requires simulations of
larger LDs, which will be accessible with future high perfor-
mance computing.

The smallest LD of size D = 20.3 nm, we observed here,
confirms our hypothesis on LD formation by size-independent
transition process. These small spherical LDs have not been
expected to form due to the dominant role of membrane
bending11 which is shown to be negligible in our simulations
even in the limit of such a small LD size. According to our
results, it is the size-independent tension balance that governs
formation of different LD shapes through a continuous transi-
tion, as predicted earlier by the formation of multi-spherical
LDs in Fig. S3 (ESI†).

We also computed the tension along the contact line of the
interior oil with cytosolic and luminal aqueous solutions, see

the Supplementary text for more details (ESI†). Fig. 6(b) dis-
plays the line tensions computed for two LDs of sizes D = 27.7
and 29.5 nm. Large negative line tensions appear to increase
with lens angle y amounting to a final negligible line tension
for spherical LDs.

Conclusion

We conducted extensive simulations of a coarse-grained model
to gain insight into the mechanisms behind LD formation and
budding with a primary focus on the mechanistic aspects of
these processes. We began by identifying the relevant LD
parameters, via spontaneous formation of LDs from slabs,
which paved the way for our hypothesis that symmetrical LDs
can form through a tension-induced continuous transition. We
simulated several nano-sized LDs of different sizes and
obtained various LD shapes for each LD size. The transition
between LD lenses and spherical LDs appears to be continuous
resembling a second-order phase transition. For small Alp

values together with single spherical LDs, we also identified
the presence of smaller multi-spherical LDs, even though they
are unstable (Fig. S3, ESI†), suggesting the stability of nano-
sized spherical LDs. These findings align with the principles
governing oil droplet formation in water in the absence of
lipids. This underscores the dominant role of membrane ten-
sions, which are a common factor in both scenarios, and
suggests the likely negligible contribution of membrane bend-
ing and line tensions in LD formation.

LD formation and budding are known to be regulated by
membrane tensions.11,14,28 Both the formation of symmetrical
ER-embedded LDs and the consequent budding of asymmetric
LDs depend on ER and LD-tensions. It is shown experimentally
that these tensions are proportional to lipid densities of the ER

Fig. 6 Size-dependent ER and LD tensions. (a) Size-dependent membrane tensions in four nearly spherical LDs of different sizes D = 20.3, 27.7, 29.5,
and 33.2 nm. LD tension decreases with the LD size D. (b) Line tension along the LD contact line at the interface between neutral lipids, cytosolic water,
and luminal water for two LDs of sizes D = 27.7 and 29.5 nm. Negative line tensions for small LD angles approach zero for spherical LDs.
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and LD membranes.18 The interplay between the ER and LD-
tensions has been also shown to determine the LD shape and
its transition to fully budded LDs that emerge to the
cytosol.11,14 Previous studies have described LD transition
and budding in terms of a discontinuous second-order transi-
tion which depends on the LD size, membrane tensions, and
membrane bending.11,28

Symmetrical LDs have been suggested to form through a
size-dependent process, primarily controlled by membrane
bending for small LD sizes and by membrane tensions for
larger LDs.11 Consequently, symmetrical spherical LDs only
formed for very large LD sizes while small LD sizes resulted in
wide LD lenses with small lens angles. In our simulations,
however, we observed spherical LDs even for small nano-sized
LDs. This observation was further supported by calculating neg-
ligible energetic contributions of membrane bending and line
tensions, in comparison to the contributions from membrane
tensions.

We also demonstrated that the symmetrical LDs can form
through a continuous first-order transition at fixed LD size,
governed by the mechanical force balance between LD and ER
tensions. The slight deviation from this force balance gives rise
to a tension difference (DS4 0), which pulls the ER bilayer and
triggers the continuous transition from tense LD lenses to
spherical LDs with negligible ER-tensions. Unlike in previous
studies where DS increased with y,11 our calculations exhibit a
reduction in DS, and thus the pulling force on the ER-bilayer,
as we approach the spherical LDs. This makes sense as the
initial strong tendency of LD transition is expected to decrease
for more spherical LDs, with increasing values of y.

Similar to LD formation, the subsequent LD budding and
directional emergence toward the cytosol has been also linked
to the interplay of ER and LD-tensions and the LD size.11 Over a
wide range of LD sizes, LD budding is believed to occur through
a discontinuous first-order transition that transforms sym-
metric LD lenses with large ER-tension to asymmetric fully-
budded LDs with small ER-tensions. By contrast, we demon-
strated here via calculating free energies, that LD budding by
lipid exchange between the LD-monolayers is energetically
neutral. Unlike LD formation, which is primarily regulated by
membrane tensions, LD budding is mainly driven by this lipid
exchange, independent from membrane tensions and the LD
size. The modest energy required for budding is presumably
provided by proteins that act as the driving agents.

Energetically neutral budding by inter-monolayer lipid
exchange is primarily due to the identical mechanical tensions
in the luminal and cytosolic LD-monolayers. While the number
of lipids and the area of the luminal and cytosolic LD-
monolayers change by lipid exchange, their lipid densities or
areas-per-lipid remain constant. This is the key to constant
identical tensions in LD-monolayers and the consequent neu-
tral budding (see eqn (4)) which makes LD budding a tension-
independent process.

LD formation through size-independent continuous transitions
of LD lenses and energetically neutral LD budding that we have
discovered, carry significant implications. Prior understanding

suggested that fully-budded asymmetric LDs were the stable struc-
tures for sufficiently small ER-tensions across a wide spectrum of
LD sizes.11 This understanding made it challenging to explain the
stability of experimentally-observed symmetric LDs,12,14 particularly
those with more spherical shapes. However, our new findings,
which reveal a continuous size-independent LD transition driven by
the reduction in free energy, followed by energetically-neutral
budding, provide a clear explanation for the stability of these
close-to-spherical LDs.

The role of protein machinery in LD budding remains a
contentious topic in the field.1 While certain studies have
asserted that proteins actively participate in LD budding, others
have considered proteins as passive observers with no signifi-
cant role.1,31,32 The energetically-neutral nature of LD budding
that we have uncovered, based on inter-monolayer lipid
exchange, provides new insight into the role of proteins in LD
budding. On one hand, we demonstrate that LD budding
occurs neutrally, with no remarkable energy input required.
On the other hand, any energetically-neutral process demands
a slight energy input to take place in a quasi-equilibrium
manner. Our findings thus suggest that proteins are indeed
essential for LD budding, but their energetic contributions are
modest. This perspective bridges the gap between the existing
opposing views on the role of proteins in LD budding.

Despite the coarse-grained nature of our molecular simula-
tions with soft potentials, we computed very accurate ER and
LD-tensions. LD-tensions we computed here for nearly spherical
ER-embedded LDs of different sizes, between 3.5 and 5 mN m�1

as seen in Fig. 6(a), are surprisingly close to the LD-tensions of
about 3.5 � 1.5 and 2 � 0.5 mN m�1 measured experimentally
for LDs from mammalian and Drosophila cells, respectively.14

The negative line tensions, we calculated here for wide LD
lenses, increase to approach positive values for almost spheri-
cal ER-embedded LDs, see Fig. 6(b). These tensions presumably
remain positive during the entire budding of almost spherical
LDs. To the best of our knowledge, tensions of contact lines
between lipid droplets and lipid bilayers have not been mea-
sured experimentally. Whether the negative line tension,
reported here for wide LD lenses, is an artefact of the DPD
force field or they can actually exist for LDs in the ER awaits
further computational and experimental studies. In particular,
such future studies could involve other computational modes,
such as the Martini force field64 among other available coarse-
grained models.

Author contributions

A. H. B. designed research; F. K., B. R., and A. H. B. performed
research; F. K., A. B., R. G., B. R., and A. H. B. analyzed the data;
A. H. B. wrote the paper with substantial contributions from F.
K., R. G., and B. R.

Conflicts of interest

There are no conflicts to declare.

Paper Soft Matter

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

2 
D

ec
em

be
r 

20
23

. D
ow

nl
oa

de
d 

on
 3

/2
0/

20
26

 7
:4

9:
30

 P
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n 

3.
0 

U
np

or
te

d 
L

ic
en

ce
.

View Article Online

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d3sm01438j


This journal is © The Royal Society of Chemistry 2024 Soft Matter, 2024, 20, 909–922 |  921

Acknowledgements

A. H. B. acknowledges support from the Max Planck Society
within the framework of Max Planck Partner Group, and from
the European Molecular Biology Organization, grant EMBO IG
5032. B. R. acknowledges support from the National Science
Centre, Poland, grant no 2020/39/B/NZ1/00377. Open Access
funding provided by the Max Planck Society.

Notes and references

1 J. A. Olzmann and P. Carvalho, Nat. Rev. Mol. Cell Biol.,
2019, 20, 137–155.

2 A. R. Thiam, R. V. Farese Jr and T. C. Walther, Nat. Rev. Mol.
Cell Biol., 2013, 14, 775–786.

3 A. Pol, S. P. Gross and R. G. Parton, J. Cell Biol., 2014, 204,
635–646.

4 S. Martin and R. G. Parton, Nat. Rev. Mol. Cell Biol., 2006, 7,
373–378.

5 T. C. Walther and R. V. Farese Jr, Annu. Rev. Biochem., 2012,
81, 687–714.

6 F. Wilfling, J. T. Haas, T. C. Walther and R. V. Farese Jr,
Curr. Opin. Cell Biol., 2014, 29, 39–45.

7 C. Zhang and P. Liu, Protein Cell, 2017, 8, 796–800.
8 N. Krahmer, R. V. Farese Jr and T. C. Walther, EMBO Mol.

Med., 2013, 5, 973–983.
9 P. T. Bozza and J. P. Viola, Prostaglandins, Leukotrienes

Essent. Fatty Acids, 2010, 82, 243–250.
10 W. M. Henne, M. L. Reese and J. M. Goodman, EMBO J.,

2018, 37, e98947.
11 F. Deslandes, A. R. Thiam and L. Forêt, Biophys. J., 2017,

113, 15–18.
12 A. Chorlay, L. Monticelli, J. V. Ferreira, K. B. Mbarek,

D. Ajjaji, S. Wang, E. Johnson, R. Beck, M. Omrane and
M. Beller, et al., Dev. Cell, 2019, 50, 25–42.

13 V. Choudhary, N. Ojha, A. Golden and W. A. Prinz, J. Cell
Biol., 2015, 211, 261–271.

14 K. B. M’barek, D. Ajjaji, A. Chorlay, S. Vanni, L. Forêt and
A. R. Thiam, Dev. Cell, 2017, 41, 591–604.

15 A. Chorlay and A. R. Thiam, Biophys. J., 2018, 114, 631–640.
16 C. L. Jackson, Curr. Opin. Cell Biol., 2019, 59, 88–96.
17 T. C. Walther, J. Chung and R. V. Farese Jr, Annu. Rev. Cell

Dev. Biol., 2017, 33, 491–510.
18 A. Chorlay, L. Forêt and A. R. Thiam, Biophys. J., 2021, 120,

5491–5503.
19 N. Jacquier, V. Choudhary, M. Mari, A. Toulmay, F. Reggiori

and R. Schneiter, J. Cell Sci., 2011, 124, 2424–2437.
20 S. Cohen, A. M. Valm and J. Lippincott-Schwartz, Curr. Opin.

Cell Biol., 2018, 53, 84–91.
21 A. M. Valm, S. Cohen, W. R. Legant, J. Melunis, U. Hershberg,

E. Wait, A. R. Cohen, M. W. Davidson, E. Betzig and
J. Lippincott-Schwartz, Nature, 2017, 546, 162–167.

22 O. Adeyo, P. J. Horn, S. Lee, D. D. Binns, A. Chandrahas,
K. D. Chapman and J. M. Goodman, J. Cell Biol., 2011, 192,
1043–1055.

23 W. Fei, G. Shui, Y. Zhang, N. Krahmer, C. Ferguson,
T. S. Kapterian, R. C. Lin, I. W. Dawes, A. J. Brown and
P. Li, et al., PLoS Genet., 2011, 7, e1002201.

24 J. R. Skinner, T. M. Shew, D. M. Schwartz, A. Tzekov,
C. M. Lepus, N. A. Abumrad and N. E. Wolins, J. Biol. Chem.,
2009, 284, 30941–30948.

25 J. Zanghellini, F. Wodlei and H. Von Grünberg, J. Theor.
Biol., 2010, 264, 952–961.

26 V. Choudhary, G. Golani, A. S. Joshi, S. Cottier, R. Schneiter,
W. A. Prinz and M. M. Kozlov, Curr. Biol., 2018, 28, 915–926.

27 T. A. Lagace and N. D. Ridgway, Biochim. Biophys. Acta, Mol.
Cell Res., 2013, 1833, 2499–2510.

28 M. Wang and X. Yi, Soft Matter, 2021, 17, 5319–5328.
29 A. R. Thiam and L. Forêt, Biochim. Biophys. Acta, Mol. Cell

Biol. Lipids, 2016, 1861, 715–722.
30 A. R. Thiam and F. Pincet, PLoS One, 2015, 10, e0133757.
31 R. Yan, H. Qian, I. Lukmantara, M. Gao, X. Du, N. Yan and

H. Yang, Dev. Cell, 2018, 47, 248–256.
32 S. Kim, J. Chung, H. Arlt, A. J. Pak, R. V. F. Jnr, T. C. Walther

and G. A. Voth, eLife, 2022, 11, e75808.
33 T. Fujimoto and R. G. Parton, Cold Spring Harbor Perspect.

Biol., 2011, 3, a004838.
34 G. Van Meer, D. R. Voelker and G. W. Feigenson, Nat. Rev.

Mol. Cell Biol., 2008, 9, 112–124.
35 W. R. Bishop and R. M. Bell, Cell, 1985, 42, 51–60.
36 M. Becuwe, L. M. Bond, N. Mejhert, S. Boland, S. D. Elliott,

M. Cicconet, X. N. Liu, M. M. Graham, T. C. Walther and
R. V. Farese, J. Cell Biol., 2020, 219, e202006111.

37 S. Kim, J. M. Swanson and G. A. Voth, J. Phys. Chem. B, 2022,
126, 2145–2154.

38 V. Zoni, V. Nieto, L. J. Endter, H. J. Risselada, L. Monticelli
and S. Vanni, Front. Mol. Biosci., 2019, 6, 124.

39 V. T. Salo, S. Li, H. Vihinen, M. Hölttä-Vuori, A. Szkalisity,
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