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We obtain approximate solutions to the equations that govern the shape of
giant unilamellar vesicles (GUVs) with two fluid phases. The equations involve a
dimensionless small parameter related to the resistance to changes in its local mean
curvature. Asymptotic solutions for the shape are obtained up to and including
terms of first order in the small parameter. At this order, we determine a relationship
between the tangent angle at the interface and the difference in the Gaussian
curvature stiffnesses of the co-existing phases. This relationship demonstrates that a
difference in the Gaussian curvature stiffnesses moves the phase boundary away from
the neck, as determined in previous numerical studies. The analytical expression for
the tangent angle obtained here can be used to determine elastic parameters for the
membranes from experimental data. Use of the analytical expression will eliminate
the need for the repeated generation of numerical solutions in the estimation
of the material parameters. Our analytical solution also reduces the number of
measurements needed as inputs for an existing boundary layer analysis.

1. Introduction

The biological membranes of animal cells are complicated bilayer structures
composed of different types of phospholipid molecules, cholesterol, and proteins
(Israelachvili 1992; Lipowsky & Sackmann 1995; Alberts et al. 2002; Leibler 2004).
Because of their complicated structure, a systematic study of mechanical or thermal
behaviour of a biological membrane is difficult. However, lipid bilayer vesicles are
simpler, can be made in laboratories without much difficulty, and are easier to study.
They consist of many of the same phospholipids that, in association with cholesterol,
form cell membranes. They are fluid-like, spontaneously form in aqueous solution,
resist bending, and have a large variety of shapes. Their sizes vary from about
20 nanometres to a few hundred micrometres in diameter, with thickness only a few
nanometres. The giant unilamellar vesicles (GUVs) have sizes in the micrometre range
and can be visualized using optical microscopes. Because of their large diameter-to-
thickness ratio, they are modelled as surfaces in a three-dimensional space that are
characterized locally by their mean and Gaussian curvatures (Helfrich 1973; Jenkins
1977; Evans & Yeung 1994; Seifert 1997; Leibler 2004).

When a GUV consists of two coexisting fluid domains (Baumgart, Hess & Webb
2003; Baumgart et al. 2005), it is deformed by the line tension associated with the
energy of the thickness difference between coexisting domains (Akimov et al. 2004)
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and the compositional inhomogeneity (Widom 1999) across the phase boundary. The
deformation induced by the line tension is balanced by the bending resistance of
the vesicle and the osmotic pressure difference across the membrane. However, for
a stretched GUYV, the resistance to bending is important only in a small region that
contains the phase boundary (Allain & BenAmar 2006).

In this work, we carry out a boundary layer analysis to an order higher than in an
existing analysis (Allain & BenAmar 2006). The existing analysis, to lowest order in
the perturbation parameter, has been employed to predict the onset of budding and
to estimate the contribution of the bending resistance to the effective line tension at
the phase interface (Allain & BenAmar 2006). The lowest-order analysis of Allain &
BenAmar (2006) consists of the complete outer layer solution, the inner layer solution
for the tangent angle, and matching of inner and outer layers for the tangent angle.
They do not obtain a complete inner layer solution and its matching with the outer
layer. Here, we carry out the full solution, extend the analysis to higher order, include
matching of the inner and outer solutions, and construct the composite solution. The
full outer and inner layer solutions and their matching, at the lowest order, permits
the shape to be described with fewer input parameters.

The extension to higher order incorporates the resistance of the vesicle to changes
in Gaussian curvature, which cannot be captured by the lowest-order analysis. This
resistance plays an important role in determining the geometry of a phase-separated
vesicle near its neck. Using a numerical solution of the shape equations, its influence
has been studied when a vesicle is close to budding (Jillicher & Lipowsky 1996;
Lipowsky et al. 2005). It was observed that differing Gaussian curvature stiffnesses
between the phases shift the phase boundary away from narrowest part of the neck.
The relative magnitude of the Gaussian curvature stiffnesses determines whether the
difference favours or hinders bud formation (Jiilicher & Lipowsky 1996). For vesicles
far away from budding, Baumgart et al. (2005) used numerical solutions to examine
similar displacements of the phase boundary. The analytical solution that we obtain
here exhibits such effects when the shapes are not close to budding. For budded
shapes, a rescaling of the neck radius is necessary and this results in equations that
are analytically intractable.

In addition to solving the differential equations for the shape separately in the
regions near and away from the interface, we solve the jump conditions and equations
obtained from asymptotic matching analytically at each order of the boundary layer
analysis. The latter solution provides expressions for the geometric quantities that
describe the overall shape of the vesicle, the line tension, and the tangent angle at
the interface in terms of the mechanical properties, the amount of the coexisting
phases, and the boundary radius of the interface. Moreover, the composite solution
for tangent angle near the interface can be used to determine the relative magnitude
of the Gaussian curvature stiffnesses, together with the line tension at the interface,
using experimental vesicle data.

2. Equations and jump conditions

Figure 1 shows a schematic of the closed axisymmetric vesicle that we consider
in the present work. The membrane consists of two phases, labelled (—) and (4).
In reference to experimental vesicle shapes (Baumgart et al. 2005), the two phases
correspond to liquid ordered (L,) and liquid disordered (L,;) domains, respectively,
and are assumed to be separated by a sharp interface. Although this is an idealization,
GUVs prepared from ternary lipid mixtures of a low-melting-temperature lipid
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FIGURE 1. Parametrization of the two-phase membrane for an axisymmetric deformation. The
initial configuration is taken to be a sphere of radius p. The (—) and (4) regions correspond
to liquid ordered (L,) and liquid disordered (L,) domains, respectively (Baumgart et al. 2005).

such as dioleoylphosphatidylcholine (DOPC), high-melting-temperature lipids such as
dipalmitoylphosphatidylcholine (DPPC) or egg sphingomyelin (ESM), and cholesterol
exhibit a situation similar to that considered here (Almeida, Fedorov & Prieto 2003;
Veatch & Keller 2003, 2005). This occurs at room temperature, which is far from the
critical point, and when compositions of the mixtures lie in the L, — L, coexistence
region of a ternary phase diagram. We also assume that the area occupied by each
phase in a vesicle is not coupled to shape changes (Jiilicher & Lipowsky 1996) and
the temperature is constant. Then the chemical potential of the lipid components is
constant and not coupled to shape changes. The bending stiffness of the membranes
is typically of the order of 107" N m (Evans 1980; Duwe, Kids & Sackmann 1990;
Israelachvili 1992; Leibler 2004) and the area compression modulus of the membranes
is of the order 107! N m™! (Israelachvili 1992; Waugh & Evans 1979). The large
difference in the order of magnitudes of these two moduli makes it significantly harder
to induce changes in the area of membranes of GUVs than to bend them and the
membranes are assumed to be laterally incompressible.

For a laterally incompressible fluid bilayer, with inner and outer monolayers
indistinguishable and the long axis of the lipid molecules oriented along the direction
normal to the membrane surface, the bending free energy per unit area has the form
w = w(h?, k), where h and k are the mean and Gaussian curvatures of the membrane.
The simplest form of w is

w = kh* + ik, (2.1)
where « and «, are the bending stiffnesses corresponding to the mean and Gaussian

curvatures, respectively (Helfrich 1973; Jenkins 1976; Seifert 1997). The total
bending energy is obtained by integrating w over the entire membrane area. For
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a homogeneous vesicle with spherical topology, the integral of Gaussian curvature is
constant (ONeil 1966) and the Gaussian curvature stiffness «, does not play a role.
However, for a phase-separated membrane, «, does influence the shape through the
jump conditions that relate the bulk equilibrium equations at the interface between
the phases (Jiilicher & Lipowsky 1996).

The equilibrium shape equations and jump conditions are obtained by minimizing
the energy functional with contributions from the total bending energy, the line energy
at the interface, and the pressure difference between the inside and outside of the
vesicle (Jenkins 1977; Jiilicher & Lipowsky 1996). Alternatively, they can be obtained
through the balance of forces and moments on an infinitesimal area element of the
membrane (Evans & Yeung 1994; Calladine & Greenwood 2002; Powers, Huber
& Goldstein 2002). In the (—) region, the equations that govern the dimensionless
transverse shear stress O, and mean curvature 4 (equations 18, 19 of Baumgart et al.
(2005)) are

(Q,) +

P9 o |—dten?+ 30V <2h+ s )] =—p (22)
r r r

and

W =—0,/e. (2.3)

In the above, lengths are made dimensionless by the radius p of a reference sphere and
forces are made dimensionless by the ratio of the mean curvature bending stiffness
kT in the (+) region to p. The parameter ¢ = «~/k™* is the ratio between mean
curvature bending stiffnesses of the (—) region x~ and the (+) region «*. Changes in
the tangent angle ¥ and the distance of a point on the membrane from the axis of
symmetry r (see figure 1) are governed by

v =—2n =Y osy (2.4)

r

Lateral incompressibility of the membrane is imposed by assuming that during
deformation the vesicles preserve their local surface area. This gives

w' = (cosS) = —r, (2.5)

where S is the arclength of the reference sphere made dimensionless by its radius
o. The prime denotes derivative with respect to deformed arclength s; and p and d
are, respectively, the dimensionless inner excess pressure and the dimensionless mean
lateral tension. The Lagrange multiplier y(s) associated with the conservation of local
area is given by (Jenkins 1976)

y(s)r +eh* = —d.

The mean lateral tension d is a constant that may be different in each phase. It
corresponds to the Lagrange multiplier when a global area constraint is imposed
(Helfrich 1973; Jiilicher & Lipowsky 1996).

The introduction of the reference arclength, through (2.5), permits specification of
the area fraction of each phase. This, in turn, allows the determination of the position
of the interface and the radii of the outer spheres in terms of the area fraction.

For large pressures, 4> = 1/p is a small parameter (Allain & BenAmar 2006). We
also define another dimensionless quantity T = 2d/p. Then the nonlinear differential
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equation for 4,

2 /h/ 2 1
e+ BT [Z — o (h2 4 oY sm‘/’ sin w)} = (2.6)
r

72

is obtained by combining (2.2) and (2.3) and employing the dimensionless variables.
The remaining differential equations from (2.4) and (2.5) are

¥ = —2h — , r'=cosy, w =(cosS) =—r 2.7)
r

The equations in the (+) region are identical, except that the parameter ¢ is unity.
The quantities v, r, and @ are continuous at the interface, s = s*, where s* must
be determined:

w7=w+=w*’ r7=r+=r*’ w7=w+=w*’

with ¥*, r*, and @w" = cos §* being the values of ¥, r, and @ at the interface. The
jump conditions for the transverse force, the tangential force, and the moment at the
interface are (Jiilicher & Lipowsky 1996; Baumgart et al. 2005)

07 —0; -0 Sm:/f =0, (2.8)
r
- 2 * *
At —d= — [P —e(h )] — a2 2‘/’ _glsV (2.9)
r r
nt—eh- — aSY o, (2.10)

r*
where & is the dimensionless line tension and A = (k] — «,)/k* is a measure of
the difference in the Gaussian curvature stiffnesses «, and «; in the two regions.

8
Equations (2.8) and (2.9) can be rewritten in terms of the small parameter u as

siny*
pe

W h*Y —e(h™)1+o =0, (2.11)

1 *
@ =) = 2| (R —e (P + A sin 2‘/’ oSV o 1)
r

where o = o /p is the dimensionless line tension normalized by p and (2.10) remains
unchanged. In contrast to Jiilicher & Lipowsky (1996) and Allain & BenAmar (2006),
we phrase the problem in terms of both /4 and v rather than  alone. This is because
the jump conditions at the phase boundary are naturally expressed in terms of the
two variables. Using the first of (2.7), the shape equations and boundary conditions
can also be written in terms of the tangent angle ¢ and its derivatives alone (Jiilicher
& Lipowsky 1996; Allain & BenAmar 2006).
The boundary conditions at the north pole, s = 0, are

(h"y =0, v~ =0, r =0, o =1 (2.13)
The boundary conditions at the south pole, s =7, where 5 must be determined, are
(") =0, y*=mn o"=-1 (2.14)

The condition r(§) = 0 is automatically satisfied by a solution of the shape equations
subjected to the jump conditions and the boundary conditions at the poles (Jenkins
1976; Das 2007).
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The experimentally measured quantities are the ratio x ™ of the area of the (4)
domain to the total membrane area and the boundary radius r*. Also,

xt=11+w") which gives @"=2x"—1. (2.15)

The other parameters that appear in the approximate analytical solution are s*,s, 77,
t*, and o. They are determined from our analysis. Note that in a phase-separated
vesicle, its lipid composition determines the line tension o, which, in turn, determines
the boundary radius. However, in experimental vesicle images, it is not possible to
measure the line tension, but it is possible to measure r*. Consequently, in our analysis,
r* is treated as a known parameter and o is solved for. This allows estimation of
the line tension from equilibrium shape analysis. A similar approach has also been
discussed in Baumgart et al. (2005).

3. Boundary layer

The mean curvature bending stiffness « is small compared to pp’, where p is
the pressure in physical units. For example, the vesicle analysed by Baumgart et al.
(2005) gives p ~ 1072 N m~!? and p ~ 9.8 um, resulting in pp’ ~ 107 N m and,
as mentioned earlier, « is of the order 107" N m (Duwe et al. 1990). As a result,
the factor u appearing in (2.6) is very small (Allain & BenAmar 2006). For zero
bending resistance, the shape of the vesicle under the action of a line tension at the
interface resembles two truncated spheres with a kink at their circle of intersection.
Small non-zero bending stiffness eliminates the discontinuity in tangent angle at the
interface, but does not change the global shape much. The kink at the interface is
then replaced by a narrow region in which there is a rapid change in the tangent
angle, resulting in large longitudinal curvature. This region of rapid change is the
boundary layer (Hinch 1991; Bender & Orszag 1999; Powers et al. 2002; Allain &
BenAmar 2006). Here, we describe a boundary layer calculation that includes terms
of order u. The lowest-order and order-u analyses are also referred as order one and
first order, respectively. The lowest-order solution for the tangent angle was obtained
by Allain & BenAmar (2006). We provide complete lowest-order solutions for the
outer and inner layers in Appendices A and B, respectively.

3.1. Outer layer
We first describe the analysis for the (—) region. The outer layer is the region away
from the interface, where the membrane has constant curvature. In this region, a
regular perturbation expansion of the variables in the small parameter p (Hinch
1991) is
h = ho+phy, ¥ =vot+uy, r=rotur, @ =mwotuw;, T=T+ur. (3.1)

Using the expansions given in (3.1), at the order pu,

T 2T S r
h1 =%, ‘W], =——21—ﬂcot—+2.71, (32)
75 75 Ty To 75 sin(s/to)
.S
ri = —sin by Vi, @ =-—rq. (3.3)

The solution of the system of equations (3.2) and (3.3) with boundary conditions
¥1(0) =0, r(0) =0, and @ (0) =0 is
T .8 T8 N
Y1=——s, r =780 ———COS—,
7 70 70 70
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o =27 T (coss — 1) + 7y 58in i.
To To

Using expressions from Appendix A, the outer solution, including terms of order
W, is given by

1 Ti s T .S .S 718 s
h=——+pu—, ¥v=——pn=s, r=tsin—+p|7sin———cos— |,
70 Ty 70 Ty 7o 70 To 7o
: S s .S
w=1(cos——1)+1+pu|2tyrp|{cos——1)+ 1 ssin—|.
To To To

Note that the outer layer up to order u is a spherical cap of radius 7o — u (t3/71).

3.2. Inner layer

The inner layer is the narrow region around the interface. As mentioned before,
curvature changes rapidly in this region. A typical value of the line tension is
& ~ 10712 N, so the dimensionless line tension o = &/(pp?) is of order one. The
lowest-order outer layer solution for 4 indicates that the ratio of mean lateral tension
and pressure t is also of order one. Moreover, we focus on vesicles for which the
radius r near the interface is of order one. With these, the dominant terms in (2.6) and
jump condition (2.11) arise from the contributions of the mean lateral tension (ht/¢)
and the line tension (o siny*/r*), respectively. These are balanced by the bending
terms of the corresponding equations when s and & are scaled as

£ = s—s C h= E ’

o 2

where s* is the arclength at the phase boundary. Then & and H are the stretched
arclength and the scaled mean curvature, respectively. These are equivalent to the
scalings used in the earlier boundary layer analyses (Powers et al. 2002; Allain &
BenAmar 2006).

During budding and fission, the neck becomes extremely thin, so r is of order u
rather than order one. Consequently, our analysis does not apply in this case. Allain
& BenAmar (2006) predicted the onset of budding by comparing energies of vesicles
with different boundary radius and the same normalized line tension o. However,
they do not describe budded shapes that require the rescaling of r in the neck region.
Upon considering r to be of order u we find that, unlike (B 1), the lowest-order
equations obtained from (3.4) and (3.5) are nonlinear and coupled, and finding an
analytical solution is not feasible. This was also observed by Powers et al. (2002) in
the context of tether formation.

In the (—) region, s < s*, resulting in & < 0. In terms of the stretched variable, the
shape equations are

H—3H+2H3+M2H—Smw <2H+Msmw> +MCOSWH = (3.4)
e r r r €
1'ﬂ=—2H—,u,Slnw, F=ucosy, w =—ur, (3.5)
r

where the overdot denotes a derivative with respect to &.
We now assume the perturbation expansion

H = Hy+ uH, + u*Hy, ¥ =vo+pup, r=ro+urn,



436 S. L. Das and J. T. Jenkins

@ =wy+uw, To=T+ Ut + 10
The solution at the lowest order is given in Appendix B. At order u, the equations
are

* * ’

i} |
i — (TSO — 6H02> Hi= -+ %HO 4g2SimVo _ gy oS
.

Sln
W =—2H1 1//0’ i‘1=COSw0a Z'U1=—r*.
r*

The solution at this order is given by

m=lpe

+ —(2sech2§ —1)+ (

M

)] sech¢ tanh¢ — —exp¢
r

3M

T1
re +2/

) sech¢(1 — ¢ tanh¢),

Y = £ [{2A — 4—M + 4—Narctan(smh{) + 8— In(sech¢) — <6M a ) ;‘}
To r* /To
X sech§+2—1t/[exp§— (1\:—2> ¢ — (4—1-2]:]) tanh;—B] ,
r r To To r

ro= \/T?O[ZN(sechg“ —sechl")—4M(tanh¢ —tanh I') + 2M (¢ — TI')],

w1=—\/?r*(§—F),
To

where ¢ = fué+ 1T, M = —{cos[y;; + 2arctan(sinh I")]}/2, and N = —sin[y; +
2 arctan(sinh I")]. Here, I and A are the constants of integration from the lowest-
and first-order equations for H, respectively. They are determined using matching
and jump conditions. The constant B is related to the value of the tangent angle "
at the interface.

To obtain the order-p term in 4 in the inner layer, it is necessary to consider the
equation for H at order pu?:

. T T T
i, — (;0 - 6H02) Hy= —Hi+ 2 Hy+ F(E), (3.6)

where F(&) is implicitly given by

2 sin sin’ T cos
F(g) = —= (311101%2 —aHyH, MV 4 g, f°> _ R g cos v
& r (r*) & er

i 0 Ho
<4H2 cosvo _ 1/Tosm*on> Vi <4H0 sin o + 22 cos 1//0> .
r e r \[ e(r®)

The solution to (3.6) is given by

H, = Csech¢ tanh¢ + % (1 — 4sech’z) + g(&),
%o

where C is an undetermined constant and g(§) is a complicated function that decays to
zero as & goes to —oo. The solutions of the H; and H, equations have one undetermined
constant each, instead of two that are expected. When we impose boundedness of 4 as
& goes to —oo, and equate the coefficient of the exponentially growing terms collected
together appearing in the solution to zero, one of the constants is determined. The
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constants C and 1, cannot be determined from the order-u analysis. They can be
determined from the solutions at order u?, which we do not attempt here. This leads
to a small error in order-u terms of A, as both sech¢ tanh¢ and g(&) decay rapidly
with &, and leaves the other variables unaffected. Note that H, goes to t;/73, its outer
solution at order u, as & goes to —oo.

3.3. Outer and inner layer for the (+) region
Following the same procedure, we obtain the outer layer for (2.6) and (2.7),
corresponding to the (4) region, including terms of order u, as

1 T
h :_7+M7121
70 Ty

@ =1 (I—COS;> —1+u {2T0T1 <1—COS;> -1y sini;],

and where y =75 — s, in which § =5y + u5; is the deformed arclength at the south
pole.
The inner layer solution, up to order u, is

T . . T
1//=n—1+u—12y, rzfos1ny+u{rlsmy—lycosy},
Ty Ty 7o To To To

2T 4P
h = ﬂsech n+ [D -+ —- arctan(sinh ) + — In(sech n)] sechntanhp
I r r

P 1 P
+ —exp(—n) + —(2 sech’n — 1) + < n > sech (1 — ntanhn)
r 70

3
2\/5_ PR
71

+ 1 [G sech ;) tanh n + ?(1 — 4sech’n) + f(ff)] ,
0

4T
Y = vy — 2[arctan(sinh n) — arctan(sinh 7)] + L {{2D -+ — arctan(sinh )
r

NG
T1

8P 4P 6P 2P
+ — In(sechn) — + < — > 77} sechn + — exp(—n)
r r

r* r* \/%

< T 2 ) ( 4 2T> }

r To 70 r

r=r"+ T (sechn — sech T) — 4P(tanh  — tanh T) + 2P(n — 7] ,
To

NG

w=o -2 -1),
Jo

where n = /1§ + 7, P = —{cos[y; + 2arctan(sinh 7)]}/2, and T = —sin[y +
2 arctan(sinh 7")], and f(&) decays to zero as & goes to co. The constants 7" and D
are the constants of integration from the lowest- and first-order equations for H,
respectively. They are solved using matching and jump conditions. The constant E is
related to the value of the tangent angle ¢* at the interface. The constant G, similar
to the constant C, can be determined from the solutions at order .

Note that 7o, 7; should be read as t;, 7;, respectively for (—) region and t0+ , T
respectively for (+) region and the same for &, ¥, r, and w.

4. Jump conditions and asymptotic matching for the boundary layer

We have, so far, determined solutions for the inner and outer layers that are valid
separately in the boundary layer and away from the boundary layer, respectively.
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They involve constants and parameters that are yet to be determined. We solve for
these using the equations obtained from asymptotic matching of the outer and the
inner layers, and the jump conditions at the interface. In doing so, we also obtain
a composite solution that is uniformly valid over the entire region. For asymptotic
matching, we make the inner and outer solutions agree in an intermediate region
(Hinch 1991; Bender & Orszag 1999). To obtain expressions for the inner layer in an
intermediate region, we let & go to —oo in the (—) region and to oo in the (4) region.
We then retain terms of order one, order u, and order wé&. After the substitutions
s =s" 4+ ué and s* = s; + wus; the outer layer solutions are expanded in powers of .
Corresponding order-one, order-u, and order-ué terms resulting from the inner and
outer solutions are equated after taking the limits. The matching of % is identically
satisfied, because of the restriction of no oscillation and the boundedness imposed on
Hy, Hi, and H,. At the interface the boundary radius r* is specified, the parameters
Y* and o are expanded as

V' =9y, +uy;, o=o0+poi,

and the jump conditions are satisfied at the order one and order u. It would be truer
to the physics to treat the line tension o as a known quantity and the boundary
radius r* as an unknown to be determined. In that case, the boundary radius should
be expanded as r* =r; 4+ ur; and o should be regarded as an input.

4.1. Jump conditions and asymptotic matching for the boundary layer
at the lowest order

The solution of the matching and jump conditions at the lowest order indicates that
only the tangent angle at the interface is influenced by the bending stiffness. All
other quantities are determined by the zero-bending solution discussed in Allain &
BenAmar (2006). However, in Allain & BenAmar (2006) the inner and outer layer
solutions of the full system of equations and their matching was not attempted.
Consequently, the geometric quantities such as radii of the outer spheres, and the
tangent angles at the intersection of the two spheres are specified as inputs in their
analysis. Here, we solve the matching and jump conditions analytically. Then, in
addition to the osmotic pressure, also employed as input by Allain & BenAmar
(2006), only the area fraction of the disordered phase x* and the boundary radius r*
need to be specified. These two quantities can be obtained from vesicle shape tracing
(Baumgart et al. 2005; Das 2007).

Boundary layer matching of v, r, and @, in the (—) and (+) region at the lowest
order gives

P=gsin Y, (g5 ) <coss0_—1> +2=2x", (4.1)
To To

F=1sin 20 (gf)? (1 —cos 0 :S()) = 2", (4.2)

To To
arctan(sinh I") = —g — % + ;TO(," arctan(sinh V) =n — % — SO2;0JFSO' (4.3)

The jump conditions, at this order, given by (2.10) to (2.12), become
Hy —eH; =0,
dH —dHy sin ¥
Vo dno — Ve, d; oo 0 =0,
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_ _ cos ¥y
%(770+ -7 ) — [(Ho+)2 —&(H, )2] - CTOTO = 0.

The explicit forms of the above jump conditions in terms of the unknown parameters

are
\/Esech Y —/etysechl’ =0, (4.4)

sin ¥,

*

7y sech T tanh Y — 75 sech I' tanh I” — o =0, (4.5)

cos ¥,

*

Nty —15) — (g sech’T — 74 sech®I") — o
The solution of (4.1) and (4.2) is
2(1 — %+ 2x*

VA —F T VA=
r*\/4(1—X+)_(r*)2>’ - *Hﬁrcsin(wm)

Sy = ‘L'O_ arcsin ( 2(1 — X+) So = 8

= 0. (4.6)

To

2xt
(4.8)
From the lowest-order outer solution,
S 7 S G (S 0 el Ul 49)
2\ =02 VA=) =

Equations (4.3) and (4.4) give
(8‘[0_ cos 5—2 + 15" cos % :SO) cosyy +r'(e — 1) sinyy =615 — 174 - (4.10)

0 To

This equation can be solved in closed form. A unique solution is obtained when we
impose the condition that 0 < ¢; < m. Finally, it can be verified that (4.5) and (4.6)
are automatically satisfied, using oy given by (4.9).

When ¢ =1 and x* = 1/2, the solution to (4.10) is ¥, = m/2 and the interface is
at the neck. When this symmetry is broken by taking ¢ different from unity and/or
x T different from 1/2, this is not the case. We will see in the next section that
a difference in Gaussian curvature stiffnesses A also influences the position of the
interface relative to the neck.

4.2. Jump conditions and asymptotic matching for the boundary layer at order

In this section, we obtain and solve the matching and jump conditions at order .
The jump in bending moment at this order involves the measure A of the difference
in Gaussian curvature resistances. The value of the tangent angle at the interface and,
consequently, the location of the interface with respect to the neck are influenced by
A (Jiilicher & Lipowsky 1996; Baumgart et al. 2005). This is not captured by the
lowest-order solution of Allain & BenAmar (2006).

Asymptotic matching of r and @ for the two regions gives

o {2 w <cos Jo 1) + 2 r*} — st =0, (4.11)

To To

T <r—socoss0> +coss—gsf=A1, (4.12)
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~ % ~ *
So— S So— S ~
+ |9+ 0 0. . "
T 21y (oS ——— — 1) + ———7r"| =1 (51 —s{) =0, (4.13)
To To

rtoSo—sy  So—S 50— 50 ~ .

T <+ — =" cos — 0> + cos =——2(51 — 57) = Aa. (4.14)
T T, T T
0 0 0 0

The expressions for A; and A, are provided in Appendix C. Solving (4.11) to (4.14),

* 2 o~ * 2
T, <1 — Cos :O> ] , 11* = (r' A/ ‘L’0+ (1 — Cos SoT+So> ] ,
0 0
(4.15)

£ *® £ 2
s = Ay {2 1y (cos S—O_ — 1) + S—O_ r*} 7y (1 —cos s°_> , (4.16)
7, 7, 7,
~ . ~ . ~ a2
Si=s1+ A [ZIJ’ (cos %0 +s0 — 1> 42 +S0 r*] ) <1 —cos +SO> .
To To To

(4.17)

= ("Ay)/

Asymptotic matching of v, for the two regions gives

/1
v — <2 \/TTsech F) A=A Y — (2 — sech T) D = Ay. (4.18)
0 To

By satisfying the jump conditions at order u,

sin ¥

H1+ _ SHf — A " = 0, (419)
+ _ . * *
0T 2 H e Hy ) oy %Y g, (4.20)
r r

dH" dH[ cos v sin /g
+ o — 1 0 1 * 0 _
v/ To dn Ve dc + 00 ( pr Iﬂl) + oy = 0. (4.21)
Rewriting (4.19) and (4.20),

(sech?” tanh 7)) D — (esech I" tanh I") A = As, (4.22)
: * * A
(1/ 7y sech®Y" tanh T)D — (y/et; sech’I” tanh I') A — oy Sl; 1/:0 v+ C(;S ]{IO o1 = 7"
r r
(4.23)

The expressions for A; to Ag are provided in Appendix C. Only As contains the
measure of Gaussian curvature stiffness A.

Upon solving (4.18) and (4.22) for v, A, and D and simplifying the resulting
expressions we obtain

Yy = Q21145+ 244 + 21345, (4.24)
A =29 (Ag— A3) + 2nAs, D= 23 (Ay— A3) + 23245. (4.25)
Subsequently, we solve for oy using (4.23) when v is not equal to /2 and obtain

*

o1 =— (241 A3 + 24 A4 — Ag). (4.26)

*

cos Yy
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When v is equal to m/2, oy can be solved using (4.21). The coefficients §2;; are given
in Appendix D.

The solution at order w, given by (4.15) to (4.17) and (4.24) to (4.26), is one of
the main contributions of our paper. Note, from (4.24) and (4.25), that A influences
the values of ¥, A, and D. Moreover, (4.26) shows that As does not appear in the
solution for oy. This implies that the line tension is not influenced by the Gaussian
curvature stiffness. Finally, we provide the composite solutions that are uniformly
valid for the entire vesicle in Appendix E.

5. Discussion
5.1. A simple situation

Here we consider the situation when both the phases have same mean curvature
bending stiffness and area fraction. In this case ¢ = 1 and x* = 1/2. The boundary
radius r*, although an order-one quantity, is always smaller than unity. Consequently,
we express the results for this simple situation in powers of r*. We keep terms up to
and including (r*)*. Quantities at the lowest order from (4 7) to (4.10) are

-t 1 1 { 1., 3 4]
%o T \/T \/> 1+ ( )+ ( )
*—S‘i%l_ * *2_7 *3

S0_2 \/Z I"+4\/§(I") 3(7") 32\/>

— ()’ rt 3. L, .
0o = m \/5{1—4(”)2—32(7)4} Yy =

T
2’
F=—T%—1n(1+ﬁ)—r*_\£§( )_7( )3 {

At order pu,
A
A=Ay, A3=—-Ay, As= peg Ag =0.

Upon evaluating the expressions for the A; and £2;; given in Appendices C and D,
respectively,

=1 ~—0.24629r" —0.42045(r*)* + 0.53831 (r*)* — 0.26278 (r*)*,

~ 0.69662 4 0.41545 7" — 2.66930 (r*)2 + 2.73171 (r*)® — 2.12520 (r*)*,

t\)\"’>

*_
§1 =

\‘D

Y~ = [1.68179 — 1.18921  + 1.05112 (r*)> — 1.04056 (+*)* + 1.01170 (+*)*].

(5.1)
Because " = 1/2, using (4.21) we obtain
o1 ~ —0.98517 + 3.36358 r* — 2.15325(r")* + 0.84090 (r*)* — 0.93567 (r*)*.

All the coefficients in the above expansions are correct up to four decimal places.
Because the error in the above expansions is of the order (r*)° ~ 1073, the coefficient
of (r*)" in each expansion, where i is between 0 and 4, need only be correct up to
(4 — i) decimal places.

Equation (5.1) explicitly determines the dependence of the tangent angle at the
interface and the shifting of the phase boundary away from the neck on the
difference in the Gaussian curvature stiffnesses between the domains. This was
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observed previously for budding of a vesicle by Jiilicher & Lipowsky (1996). In
experimental images of vesicles with two fluid domains, it is also observed that the
phase boundary is not at the neck (Baumgart et al. 2005). However, in experimental
situations, the shifting of the phase boundary away from the neck is a combined
effect of the different mean curvature bending stiffnesses (¢ # 1), different Gaussian
curvature bending stiffnesses (A # 0), and unequal area fractions (x ™ s 1/2). In this
situation, the expressions given by (4.7) to (4.10), (4.15) to (4.17), and (4.24) to (4.26)
need to be evaluated numerically.

5.2. General case: comparison between analytical and numerical solutions
for experimentally relevant situation

We now compare our boundary layer results with the results obtained from numerical
integration of the shape equations (2.2) to (2.5) along with the jump conditions (2.8)
to (2.10) and the boundary conditions (2.13) and (2.14) for parameter values that
were employed to analyse experimental shapes in Baumgart et al. (2005).

The geometric description of the experimental vesicle that was analysed (figure 2A
of Baumgart et al. (2005)) are: L, phase area fraction x* ~ 0.56, r* ~ 0.34.
Corresponding to x* = 0.56, using (2.15), we obtain S* = 1.45, or w* = 0.12.
The best-fit result to this experimental shape using numerical integration gave ¢ = 5,
A = 3.6, a pressure p = —333.11 (outer excess), and a line tension 6 = 73.45. In the
analytical solution, we employ u = 0.055, which corresponds to p = 333.11 (inner
excess), and obtain o = 0.21, or equivalently, & = op = 71.15. A comparison between
tangent angles of the numerical solution and the boundary layer solution in the neck
region is shown in figure 2(a). The analytical expressions for the tangent angle, for the
(—) and the (+) regions, are ¥~ (s) = ¥ (s) + u ¥y (s) and Y (s) = ¥y (s) + ¥ (s),
respectively, where ¥ (s), ¥ (s), ¥g (s), ¥, (s) are given in Appendix E.

Using the mechanical parameters ¢ = 5 and A = 3.6, numerical shapes that
correspond to experimental shapes 2D and 2G of Baumgart et al. (2005) were
obtained. We compare numerical and analytical solutions for the tangent angle in
the neck region for those cases in figures 2(b) and 2(c). In figure 2(b), the input
parameters to the analytical solution are x™ ~ 0.18, r* ~ 0.24, and pu = 0.051 (or
p = 387.62). The values of the line tension obtained from boundary layer analysis
and numerical integration, in this case, are ¢ = 52.75 and o = 54.27, respectively.
In figure 2(c), the input parameters are x+ ~ 0.89, r* ~ 0.52, and u = 0.022 (or
p = 2125.78). The line tension calculated from boundary layer analysis and numerical
integration are ¢ = 405.91 and 6 = 423.73, respectively. In all of these, we observe
good agreement. We have also compared analytical and numerical solutions for a
variety of other parameter values and obtained good matches. They are not presented
here.

The excellent agreement between numerical and analytical solutions suggest that
the approximate expression for the tangent angle near the interface can be used
to extract the difference in Gaussian curvature stiffnesses A and line tension o
from experimental vesicles data. Use of the analytical expression will eliminate the
need for the repeated generation of numerical solutions in the estimation of the
material parameters (Baumgart et al. 2005). The higher-order boundary layer analysis,
presented here, with the incorporation of the influence of A, will play a key role in
this determination. Analytical expressions for the tangent angle for the (—) and (+)
regions, obtained via quadratic polynomials in the arclength around the interface, have
been used for the estimation of parameters by Semrau et al. (2007). However, they
considered the derivative of the tangent angle across the interface to be continuous,
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FIGURE 2. Comparison between the analytical and numerical solutions of the tangent angle in
the neck region for ¢ = 5 and A = 3.6. The other input parameters (x ™, r*, u) are: (a) (0.56,
0.34, 0.055), (b) (0.18, 0.24, 0.051), and (c) (0.89, 0.52, 0.022). The tangent angle at the interface,
in all cases, is different from /2. The geometric quantities used as inputs for solutions in
(a), (b), and (c) correspond to the experimental vesicles shown in figures 2A, 2D, and 2G of
Baumgart et al. (2005), respectively.

which is not always the case and restricts the applicability of their technique. The
expressions for tangent angle that we obtain here, by solving the shape equations,
are not restricted by any such condition and exhibit proper physical behaviour of the
membrane and can determine elastic parameters more accurately using experimental
data. We will address this issue in future work.

5.3. Influence of € and A on the details of a non-symmetric shape

In a non-symmetric situation, at the lowest order, the expressions given by (4.7)
to (4.10) indicate that s;, S0, 75, 7o, and oy are not influenced by & or A, which
means that they are determined by the outer solution alone. The tangent angle
at the interface is influenced by . When x* = 1/2 and ¢ is close to unity, v is

approximately given by
., T e—1 1
Vo5 <e+1> 1—r

the neck forms at a location away from the interface, and the neck radius is smaller
than the boundary radius r*. At order u, the values of s, 51, T/, 7;, ¥, and oy are
influenced by &, but not significantly. Interestingly, A has an influence only on ;.
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6. Conclusions

In this work, we present approximate analytical solutions of the shape equations for
giant unilameller vesicles with fluid phase coexistence using a boundary layer analysis
up to and including terms of first order. Our analytical solution reduces the number
of measurements needed as inputs for the existing lowest-order analysis of Allain
& BenAmar (2006). The boundary layer calculation agrees well with the numerical
solution for a variety of parameter values. Also, using the best-fit parameter values
of Baumgart et al. (2005), we show that the shapes obtained from the boundary
layer analysis match well with the experimental shapes. Our higher-order analysis
incorporates the influence of Gaussian curvature not considered in earlier analytical
work. The expression that we obtain here for the tangent angle in the neck region
can be used to efficiently and accurately estimate elastic parameters, such as the line
tension and Gaussian curvature stiffness, from experimental data.

We thank Anindya Chatterjee for his helpful comments on an earlier draft of the
manuscript. We are also grateful to Tobias Baumgart for sustaining our interest in
the subject and for many helpful discussions.

Appendix A. Lowest-order outer layer for the (—) region
The equations at the lowest order are

1 2 i
hg=——, Yj=—— Slnlﬁo’ ro = cosvo, wy= —ro, (A1)
To To ro

with the boundary conditions
Yo(0) =0, ro(0) =0, @o(0)=1.
The solution at this order is given by
1//0=i, ro = To sini, woztoz (coss—1>—|—1. (A2)
T To 7o

The outer solution, at this order, is a spherical cap of radius to.

Appendix B. Lowest-order inner layer for the (—) region
At the lowest order the equations (from (3.4) and (3.5)) in the inner layer are

HO—%HOHH(;:O, Vo= —2Hy, =0, ar=0. (B1)

At this order, the solution for H, is given in terms of the Jacobi elliptic cosine
function:

Hy=Ccn(A§ + I,k), (B2)
where A = /2C? —19/e and k = C/+/2C? — 19/¢. In the experimental vesicles
(Baumgart et al. 2003, 2005) and in the numerical solutions (Baumgart et al. 2005),
it is observed that & decays monotonically from a maximum value at the phase

boundary to the outer limiting value. This behaviour is obtained only if we take k = 1
in (B2) to obtain

Hy = % sech¢, where ¢ = ES + I
\V e e
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This reduces the number of undetermined constants in the solution from two to one.
Using the above, the solutions for v, ry, and @y are

Yo = ¥, — 2[arctan(sinh ¢) — arctan(sinh I")], ro=r", w@y=o" =cosS",

where, at this order, v is the tangent angle and S” is the value of the undeformed
arclength at the interface measured from the north pole. This solution for the tangent
angle is equivalent to that of Allain & BenAmar (2006).

Appendix C. Expressions for A; to Ag

2 #*
Ay =,/— {2cos — (1 +tanh I") — —sech F}
To To
1 /\ * 2 *
Ay = {2 cos +S0 (1—tanh?7)— %sech T} ,
\/ T Ty Ty
> (4 2
Az = E—Tf ( i I" sech F) A /i_ { {cos s—(l < In(sech F)—% F—*>
7, (r5)? T Ty \r r r

4 . 1 5 6
+ — arctan(sinh F)} sech " + — cos S—(l exp(I") — —(1 + tanh F)} ,
7, r T, 7,

TS\] — S * TS\() — SS T 1 4 .
Ay = — 4+t ( — —_sech T) 4+ 1/ — < | — arctan(sinh 7")
S N CR U I w LT

S0 — ¢ 2 4
+ cos 22 +SO (—3 T+ iy In(sech T))} sechT
r

S0 —
— — COS

*

exp( T) —|— (1 — tanh T)}
o

sin %

2
As = A +(esech I" tanh I') L arctan(sinh F)—{—— cos T— In(sech F)]

0 0

—28 cosSO ry (2sech2F )+- <3cos
r

: +T1>sech1"(1 —I'tanh 1)
Ty T() Ty

2 2 S0 —Sg
—(sech Y tanh T") [+ arctan(sinh ) — — cos % +s0 In(sech T)]
T r T

0 0
1 T o
+=— cos % +S0 el — j(2 sech’T — 1)
2 T, Ty
1(3 S0 — 8o +
—= —*cosu + ! sechT (1 —7 tanh7),
2 r ‘L'O A /-[0+

+ _
Ag = 2 + (Very sech’I” tanh I") [ arctan(sinh I") + 3 cos — ln(sech F)]
T

3 —
+1/i7sechF(2sech2F—1)—|— VETo —coss—o—kL
To 2 r* Ty «/81'(;
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* * =+
2r Ty 7

1
Vi
2 S0 — ¢ F (3 S0 — ¢
- — cosu In(sech T)} V5 ( cos 20
r

2
+
r Ty 2 Ty \/ T,

\ETy VT 30— S
xsech’I"(1 — I" tanh I") — 9 cos sechF + cos X" N0 gechre”
+

+
2r
2
sech T (2sech®” — 1) — ( r(;LsechzT tanh 7°) [+ arctan(sinh 1)
To
+

x sech>Y (1 — 7 tanh 7).
Appendix D. Expressions for 2, to 24,

2
211 = ——————(sech ' tanh I"' sechY"), £, = o /:i (sech I'sech T tanh 7"),
0

2¢

.Q\/‘L'O
2 —i —(sechl"sechY), £2 —i(sechTtanhT) 2y = 2 sech?.
B=4 e A1=0 ) 22_9@ )

2
25 = % (sechI"tanh I"), 23 = o % sechrl,

241 =/ %0 tanh I" sech Y, 4 =—14 (sechY tanh ),
P

2= 2£sech d [\/To tanh Y — /e 7, tanh I

Appendix E. Composite solution

Composite solutions, that are valid for the entire region, are obtained using the
relation

Composite solution = Inner + Outer — Matching.

The composite solutions at lowest order for the (—) region are

Yo (s) = —_ —n— 2 arctan(sinh ¢), ry(s) =1, sin i_,
To To

_ _ N _
@y (s) =1+ (t5)* cos —_— (t )
0

where ¢ = /15 /e (s —sy)/m + I" with I' given by (4.3).
For the (+4) region, they are

—s ) . So—S
= — 2 arctan(sinh ), ry(s) = 7 sin e

~

@ (s) = =1 + (1) = (5;)” cos ==,
0

Yi(s) =2m— 2

where n = /7, (s —s5)/; + 7 with T given by (4.3).
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The corresponding composite solutions at order u for the (—) region are

r(s) = /Ti_ [2 Nsech¢ — 4M(1 + tanh ¢)] ,
0

[ 4M 6A1 - 4N
U (s) = LI { l2A —— = ( — + ° > ¢ + —— arctan(sinh ¢)
r r

(t9)? 7, r T,

+ 8fM In(sech c)} sech + 2 exps — Ti_u + tanh g)} ,
0

,
_ _ s _ .5
wy (s) =27 14 <cos — = 1> + 1, ssin—.
To To
In the above, M = [cos(sy/75)]/2 and N =r"/1; .
For the (4) region

1
ri(s) = [2Tsechn + 4 P(1 — tanhn)],

Vo

o g 1 4P  [6P " 4T

o) = Go—s) = b+ +{ 2D+ +< - TH)H *
r r 7;0

(75 )? T, 7 r

8P 2P 6

— In(sech n)] sechn + — exp(—n) + —(1 — tanh n)} ,
r r 'CO

X arctan(sinhn) +

~ -~

s—s N . So—s
o (s) =275 7 <1—cos r*) + 7,7 (5o — ) sin —
0 0

In the above, P = —{cos[(So — s3)/75 1}/2 and T = r* /<.
The composite solutions for A~ and hA™, up to order u, are given by the
corresponding inner solutions Hy/u + Hy + u H, described in the text.
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