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1. Experimental: Phase Transfer Method

Hybrid giant vesicles were prepared using the droplet transfer technique with ex-
perimental conditions previously optimised [1,2]. Firstly, in an Eppendorf tube of 1.5 mL
the outer solution was prepared: 300 uL of a solution of POPC and HOA dissolved in
different proportions in mineral oil were poured over 500 uL of a water solution with
glucose 0.2 mM. The entire set up was allowed to incubate for 10 minutes to form an hybrid
monolayer. In a second Eppendorf tube, a water in oil microemulsion was prepared by
hand pipetting a water phase with an apolar phase. The aqueous phase (20 L) consisted
of pyranine 50 uM, urease 0.5 U/mL, acetic acid 1 x10~>mM and sucrose 200 mM. The
apolar phase (600 xL) was made of HOA and POPC at different proportions in mineral oil.
The microemulsion was poured over the first Eppendorf tube. The formation of vesicles
was facilitated by centrifuging the tube at 6000 rpm for 10 minutes at room temperature.
After the centrifugation step, a white pellet was visible at the bottom of the Eppendorf
tube. The oil phase and the aqueous phase were carefully removed with a micropipette.
The pellet was gently washed with 200 pL of O-solution to remove free solutes. 30 uL of
pellet were diluted to 90 L by adding O-solution.
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2. ODE model

The reactions that take place in the hybrid POPC/HOA vesicles involve mainly 8
chemical species, namely urea (S, substrate), urease (E, enzyme), pyranine (fluorescent dye,
pyrOH), oleic acid (HOA), acetic acid (HA), ammonia. The main equilibria are

CO(NH,),+ H,0 % 2NH;3+ CO, (1)
ko
NH, +— NH;+ H" )
ks
CO, + H,O +~H" 4 HCO; (3)
ky
HCO; «+— H" 4 CO3~ @)
ks
H,0+—~H" + OH" (5)
ke
HA « A"+ HT (6)
k7
HOA <~ OA +H* )
kg
pyrOH «— pyrO~+ HT (8)

The permeation of the neutral species (urea, ammonia, carbon dioxide and acetic acid) can
be considered as a first order process described by the following equilibria

ks
S ﬁ; Sout (9)
kn
NH3 = NH3out (10)
k
COZ ﬁL COZout (11)
k
HA &2 HAoy (12)

where [S]out, [COlaout, [HA]out and [NH]30ut are respectively the concentration of urea,
carbon dioxide, acetic acid and ammonia outside the vesicles in the water phase.

The pH change of the reaction affects the number of pH-sensitive amphiphilic molecules
present in the bilayer (HOA and OA ™), while the number of POPC molecules is considered
constant. The number of molecules in the outer leaflet is indicated as Noyter, the number of
molecules in the inner leaflet is Njner. The molecules present in the bilayer are POPC, HOA
and OA ™. Thus the total number of molecules in the outer leaflet is Noyter = Nporc outer +
NuOA outer T+ NOA- outer; the total number of molecules in the inner leaflet is Nipper =
Nprorcinner + NHOA inner + NOA- inner- S0me oleic acid molecules in the inner leaflet can
be deprotonated and solubilised as monomers or larger aggregates into the vesicle lumen
(NOA-free inner ad NHOA free inner); the loss of oleate is compensated by oleic acid molecules
diffusing from the outer leaflet.

k7

+

NHOA inner ~— — NOA* inner +H (13)
kot

NOA* inner ~ NOA* . (14)

free inner

ke

NHOA outer ~— NHOAinner (15)
k7 +

NHOA freeinner ~— — NOA* free inner 1 H (16)
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The set of ordinary differential equations (ODEs) derived from the equilibria 1-8, 9-12 and

13-16is
9B R+ ks([Slowe — 19) )
duth3] = 2R + ko [NHy | — kor[NH3] [H"] + e ([NHs] o — [NHs)) (18)
Cm\cﬁm = —ka [NH{'] + ko [NH] [H"] (19)
QO] _ k1[0 + ki [H] [HCOF ] 4 Kc([COsg ~ [CO) 20
% = k3[CO,] — ks, [H'] [HCO; | — kg [HCO3 | + kyy [Coﬂ [H*] (21)
d[cdciﬂ = ky[HCO3 | — ks [HCO3 ] [HT] (22)
d[gl:] — ky [NH} ] — koe[NH3] [H'] + k3[COy] — ks [H] [HCO3 | + k4 [HCOS |
— kap | CO™ | [H*] + ks — kse [H¥] [OH™ ] + ks [HA] — ke [A7] [H' ]+
ks [pyrOH] — ki [pyrO™] [H'] -k “RtetiON — g, SO (11
A il el @)
O] — ks — ki [+ [om7] @
d[ZItA] = —ke[HA] + ke [A™] [H"] + kpra ([HA] . — [HA]) (25)
WA ko[HA] — kee[a7] (1] 6)
d[p};rtO ) = ky[pyrOH) + Ky [pyrO"] [H7] (27)
AIPYIO] _ ky[pyrOH] — ki [pyrO™] 1] 29)
% = —k¢ <Nouter - Nmner(Rf_gW) (29)
dNinner R?

_ kot
dt = +kf <Nouter - Ninner(Rsh)z) - NinnerOA* 1+ e(—kt (pH_Pchres)) (30)

R is a modified Michaelis-Menten rate law, which accounts for the pH dependence, the
substrate and the product inhibition of the enzyme

Umax [9]
(KM+ 9] (1 n %) (1 + %) (1 ey [}Q”l]))

Npy is the Avogadro’s number and V}, is an average volume calculated from the prolate

R =

(31)

and the pear shapes expressed in dm® (for simplicity, the volume is kept constant during
the transformation from the prolate to the budded limiting shape). The equations contain
concentrations (indicated in square brackets) and numbers of molecules (Nouter, Nouter,
Ninner Ninneroa-» NOA- free inner @1 NHOA free inner)- Lhe transport of oleate molecules from
the outer leaflet to the inner leaflet occurs with a reaction rate that takes into account the
geometry of the vesicle; the dissolution of oleate from the inner leaflet to the aqueous
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pool occurs with a rate that depends on the pH of the solution. The logistic function was
implemented in the model described in ref. [2]. Concentrations and numbers of molecules
are correlated through the Avogadro’s number and the volume of the vesicles.

The initial total number of molecules for the outer (Nyyuter) and the inner leaflet (Njnner) was
calculated from the spherical vesicle:

47 R?
Nouter = <a ; (32)
47 (Rs — h)*
Ninner = (< [Sj N ) (33)

where < i > is the mean cross-sectional area expressed in nm? and calculated as reported
in ref. [2]. The number of molecules of POPC and Oleic acid present in membrane was
derived from the initial composition.

Nouter = outerPOPC + NouterOleic (34)
Nouter
NouterPOPC = Tic]o (35)
[POPC],
NouterOleic = Nouter - NouterPOPC (36)

The initial concentrations and parameters used for the simulations are reported in
Table 1. The kinetic constants related to the equilibria 1-8 and 9-12 are listed in Table 2. The
kinetic constants for the equilibria of HOA and OA ™ (eq. 13-16) are listed in Table 3.

Table 1: Initial concentrations and parameters used for the kinetic simulations. [CO;] and
[CO,], ¢ are calculated by considering the solution at the equilibrium with the atmosphere
at 25 °C. The transfer rates kx (s~!) were calculated from the permeabilities Px as kx =
3Px /R where R (dm) is the vesicle radius.

[X] (M) Parameters
[S] 0 [E] (U/mL) 1.10
[NHj3] 0 [S] out M) 6.00 x 102
[NH,] 0 [NHs]p (M) | 0
[CO,] 1.20 x 1072 H*],, M) 1.00 x 10~
[HCO; | 5.62 x 107° [OH"] s M) | 1.00 x 108
co?] 315x 10710 | [HA],, (M) | 545x 1078
[HT] 1.00 x 107° [COy)ye M) | 1.20x 1075
[OH] 1.00 x 1078 Ps (dm/s) [3] | 4.00 x 10~7
[HA] 5.45 x 1078 Pyn (dm/s) [4] | 1.00 x 1073
[A7] 9.45 x 1077 Pua  (dm/s) | 6.50 x 1074

[5]

[pyrOH] 4.81 x 107° Pc (dm/s) [6] | 1.20
[pyrO~] 1.92 x 1076 Vp (dm?) 6.82 x 10713
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Table 2: Kinetic constants used in the model. Enzymatic constants were taken from refs.
[7-9]. Equilibrium rate constants were derived from the pKj, according to refs. [9-11].

Enzymatic pH equilibria
k(U TmLMs™ 1) | 37 x107° forward reverse
sh M 1s™h
Km (M) 30 %1073 | ky | 24 4.3 x10%0
Kes1 (M) 50 x107°% | k3 | 3.7 x1072 7.9 x10*
Kesp (M) 20x1077 | ky | 2.8 5 x1010
Kg (M) 3.0 ks | 1x103 M~ 1s1) | 1 x10!!
Kp (M) 20 x1073 | kg | 7.8 x10° 4.5 %1010
ky | 3.2 x 102 1 x1010
kg | 1 2.5 x107

Table 3: Initial conditions and parameters used for the case [POPC]: [HOA]=2.6 mM:2.4

mM.

Initial conditions Parameters
NouterHOA 5.795 x 108 NoyuterPOPC 6.476 x 108
Ny uterOA - 1.832 x 107 NinnerPOPC 6.473 x 108
NinnerHOA 5.792 x 108 Rg (nm) 7.12 x 10°
NinnerOA - 1.831 x 107 h (nm) 2
NHOA freeinner | O ke (s71) 0.4
Noa- freeinner | 0 Kot (s71) 0.008

ke 100
PHinres 6.3
< d(nm?) > 0.512
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3. Dependence of division on s and HPLC Analysis

(i) Figure 1 reports the dependence of the division probability with respect to the total
amount of amphiphiles in the initial solutions used for the vesicles generation. s was varied
in the interval 0.3 mM — 10 mM with a fixed ratio [HOA]/[POPC] = 1 and the division
frequency was found substantially independent from the total initial concentration of the
amphiphilic molecules.

(if) To quantify the average amphiphilic mass in a pellet, GUVs with different initial
amphiphilic concentration were analysed by HPLC and a typical chromatogram is shown
in the inset of Figure 1b. Figure 1b shows that the droplet transfer method yield do not
change for the interval 0.3 < [POPC| < 1.0 mM (the percentage of POPC in the final
vesicles is 2—4%), therefore the increase of the initial total concentration could have no
effects on the membrane composition.

Aig b) 10 1.92x10°
Zre + = 1.88x10°
S14 ;H % + % 8 g oo
212 i S < 1.84x10°
= D 6-
510+ { o 1.80X105'—8—1m0
g\ 8 £ 4 time (min)
26 O []
a
(0] 1 o []
g4 L 2
Q 2] [ ]
L
0 R e R IO e 0 | : : : :
01 2 3 45 6 7 8 9 10 11 0.3 0.6 09 1.2
[POPC] + [HOA] / mM Initial concentration of POPC / mM

Figure 1. a) Frequency of divisions as a function of the sum [POPC] + [HOA] at a fixed a =
[HOA]/[POPC] = 1; b) Percentage of POPC in the final vesicles vs initial concentration of POPC in
mineral oil during preparation. Data were extrapolated from HPLC analysis (chromatogram in the
inset); error bars represent the standard deviation of three replicates.
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