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Abstract

The effect of pH of an electrolyte solution on the interfacial tension of lipid membrane formed from phosphatidylcholine
(PC) or phosphatidylserine (PS) was studied. The relationships were well described by an equation presented earlier based
on the Gibbs isotherm but only in the proximity of the isoelectric point. Therefore, in this work models have been derived
to describe the adsorption of the HY and OH™ ions at lipid surfaces formed from PC or PS, which would reproduce
changes in interfacial tension more correctly, particularly in the ranges distant from the isoelectric point. In one model, the
surface is continuous with uniformly distributed functional groups constituting the centres of H* and OH™ ion adsorption
while in the other the surface is built of lipid molecules, free or with attached H* and OH™ ions. In both models, the
contributions of the individual lipid molecule forms to the interfacial tension of the bilayer were assumed to be
additive. © 2002 Elsevier Science B.V. All rights reserved.
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1. Introduction

A cell membrane is a very complex system com-
posed first of all of lipids and proteins. For this rea-
son, experiments are usually done with simple mod-
els of the membrane, e.g. with artificial phospholipid
membranes [1-4]. Numerous functions of biological
membranes were reproduced and explained using the
model membranes [5]. It was demonstrated by nu-
merous experiments that the properties of the lipid
membranes formed of artificial components were
very similar to those of natural cell membranes. Var-
ious parameters of lipid bilayers were determined,
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e.g. thickness, potential difference, electric capaci-
tance, resistance, and so on [6,7]. In some conditions,
hydrophilic pores, e.g. caused by voltage, appear in
bilayer lipid membranes and this phenomenon was
applied in practice. The entire cells subjected to
short-duration high voltage pulses undergo poration,
making it possible to introduce a determined sub-
stance to the cell, e.g. an alien DNA or a protein,
to cause a flow of plasma from the cell or the fusion
of neighbouring cells [8-10].

An important characteristic of a biological mem-
brane is its interfacial tension, which determines its
rigidity and as a result affects its stability. The inter-
facial tension of lipid bilayer has been determined
before [11-14]. Reported values ranged from 0.2 to
6.0 mN/m [2,15]. The interfacial tension of lipid bi-
layer was also determined by measuring the energy
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of the membrane formation. It was independent of
the nature and concentration of the electrolyte, and
had a value of 3.4+ 0.6 mN/m [16].

The compound used most frequently for studying
the properties of lipid layers is phosphatidylcholine
(PO).

Its molecule is presented in the figure:

(-
O\\P 0 )
7\ +)
GO OCHZCHZN(CH3)3

In the above figure, G is the doubly acylated glyc-
erol group [17,18].

The PC molecule is an electrically neutral, but
zwitterionic lipid which can be in equilibrium with
H" as well as with OH™ ions. Adsorption of the H*
and OH™ ions at the lecithin layer surface was de-
scribed earlier [19]. The effect of pH on the interfa-
cial tension of the lecithin membrane was described
earlier in terms of the Gibbs equation. The maximal
interfacial tension of the PC membrane was found to
be 3.53x107% N/m at pH equal to 4.15, in good
agreement with the value given by Coster and Si-
mons [16]. However, the dependence presented in
their paper is correct in a narrow pH range only in
the proximity of the isoelectric point of the mem-
brane. For this reason, it is the aim of this work to
describe the adsorption of the H* and OH™ ions on
the lecithin layer in the whole pH range. This will
allow to explain the influence of the pH of an elec-
trolyte solution on the interfacial tension of the
phosphatidylcholine membrane.

2. Theory: phosphatidylcholine

The phospholipid layer observed from the aqueous
solution side has uniformly distributed ~PO(~) and
~N*)(CH3)3 groups because it is built of molecules
each having one —-PO(™) group and one -N*)(CH3);
group. Therefore, two descriptions of the lecithin
surface can be adopted. In Description I, the mem-
brane surface is continuous with uniformly distrib-
uted functional groups being the active centres of
adsorption of the Ht and OH™ ions. In Description
IT the lecithin surface is composed of nonbonded

lecithin molecules and of the molecules with bonded
H*™ and OH™ ions. A model is presented in Fig. 1.

2.1. Description 1

Uniformly distributed active centres at which the
H* and OH™ ions can be adsorbed are present at the
aqueous solution side.

They are schematically described with Egs. 1 and

2:
_po(—) +H(+) o —PO(_) _H(+)
(1)
A) (AH)
(+)

(+)
-~ N(CH5), +OHY) = - N(CH,), - o1

(B (BOH)
(2)

Thus, four groups, A~, AH, BT and BOH, are
present at the layer surface.

The dependence of the interfacial tension of lipid
membranes on the pH solution can be described in
terms of acid-base equilibrium. Let us assume that
H™ and OH™ ions are adsorbed on the phospholipid
surface. The adsorption equilibria are described by
the equations:

A +Hte AH (1a)
Bt + OH™ < BOH (2a)

The lipid is present in the membrane only. There-
fore, the surface concentration of the lipid is equal to
its amount related to the membrane surface area.
These concentrations, and the concentrations of hy-
drogen or hydroxyl ions, determine the acid-base
constants according to the relationships:

) ¢ 5 @ ()
1)0()(1\12013)3 pd”) N(CHy); po® NCHy),

Fig. 1. Model of the bilayer lipid surface presenting the equili-
bria between the H" and OH™ ions from the solution and the
functional groups distributed on its surface.
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J— (3)
ap- day+

Ky = 2800 (4)
ag+*doH-

The surface concentration of the lipid is denoted
by s; the following equations can be written depend-
ing on the form of Eq. 1a or Eq. 2a of the acid-base
equilibria:

aAH +aa- =S (5)
agou + ag+ = S (6)

where aa-, aap, ag+ and agoy (mol/m?) are the con-
centrations on the membrane surface of the mem-
brane components, respectively.

Assuming the contributions of the individual
forms to the interfacial tension to be additive, the
following equation can be written:

Y =7YAa + Yan + ¥YB+ + VBOH (7)

The expressions describing the contributions of the
individual forms of the lecithin molecule to the inter-
facial tension are the following:

0 GA-

S (8)

O @
\ /O0—H
/N Q) 3
GO OCH,CH,N(CH,),— OH
(LHOH)
O
P

) e
GO OCHCHN(CH),— OH
(LOH)

a
YAH = Vau® /;H 9)
ap+
')/B+ = y%g ? (10)
a
YBOH = Voot (11)

S

Eqgs. 3-11 will form an equation system and the aa-,
daay, ag+ and apoy values will be eliminated.
We therefore have:

1 Kaap+
0 0 AUH
V=7a (1 +KAaH+) + yAH(l +KAaH+>+

0 1 0 Kgaon-

VB (m) + ¥Bon (m) (12)
Eq. 12 presents the dependence of the interfacial ten-
sion of the lipid membrane on the pH of the electro-
lyte solution. Here y (N/m) is the interfacial tension
of the lipid membrane, and ¥, %y, 7% and ¥%oq
(N/m) are the specific interfacial tensions of the
membrane components, respectively.

2.2. Description 11
The adsorption of the H" and OH™ ions at the

lecithin layer surface can result in the presence of the
forms:

\ ( ) I—{+)
/ \ (€]
GO OCHCH,N(CH,),

(LH)

Q)
O\ ,0

/ P\ ®
GO OCHCH,N(CH,),

L)



138 A.D. Petelska, Z.A. Figaszewskil Biochimica et Biophysica Acta 1561 (2002) 135-146

The sum of the contributions of the forms compos-
ing the lecithin surface in Description II is as fol-
lows:

Y = YLHOH + YLH* + YLOH- + 7L (13)

The surface concentrations of the groups postu-
lated in Description I which take part in the equi-
libria can also be presented in terms of the surface
concentrations of the forms of the lecithin molecule
appearing in Description II:

aa- = ap + aLoH- (14)
0AH = dLH+ + ALHOH (15)
ag+ = ap + arg+ (16)
aBoH = dLOH- + dLHOH (17)

where apnon, ain+, aron- and ap (mol/m?) are the
concentrations on the membrane surface of the mem-
brane components, respectively.

The equilibrium constant of the association of
groups L and LOH™ with the hydrogen ion (Eq. 4)
can be presented by the equation:

_ _Ginv + aLHoH (18)
(aL + aLOH—)aH+

A

where the equilibrium constant of the association of
groups L and LH" with the hydroxyl ion (Eq. 5) can
be presented by the equation:

aLon- + aLnoHn (18)

Kg =
(ap + aLH+)aOH*

The surface concentration of the lipid is denoted
by s; the following equations can be written depend-
ing on the form of Eq. 14 or Eq. 17 of the associa-
tion equilibria:

AL HOH + dLu+ + dron- +aL = (20)

Assuming that the individual forms constituting
the lecithin membrane contribute to the interfacial
tension additively and taking Eq. 13 into considera-
tion results in:

_ .0 YLHOH , o dLH 0o  “LoH- 0.4L
Y = YLHoH + Yin+ g + YLoH- +7L -~
(21)

Assuming that the individual forms constituting

the lecithin membrane contribute to the interfacial
tension additively and taking Eq. 13 into considera-
tion results in:

dLHOH _ 4AH 4BOH (22)
s s s
drpt _ aAH.<1_aBOH) (23)
s s s
dLoH- _ (1_aA_H>.aBOH (24)
s s s
a_ (1—aA_H>.<1_aBOH) (25)
s s s
The expressions:
KA-s-aH+
= ar =2~ 26
GAH = dLH+ + dLHOH 1+ Kaag: (26)
Kg*scaon-
apoH = dLoH- + a == 27
BOH LOH LHOH =1 (27)

can be written using Eq. 18-20, respectively.
Substituting Eqs. 26 and 27 to Egs. 22-25 yields
the equation:

_ 0 Kaan+ Kgaon- .
Y = Y1LHOH 1+ Kaan: ) \1 + Kpaon
Kaay-+ 1
0 AUH
J/LH+ (1 + KAaH+> <1 + KBaoH) +
1 Kgaoy-
0 B¢OH
J/LOH_ (1 + KAaH+> (1 + KBa0H> +

1 1
0
28
yL (1 + KACIH+) (1 + KBCZOH) ( )

Eq. 28 presents the dependence of the interfacial ten-
sion of the lipid membrane on the pH of the electro-
lyte solution. Here y (N/m) is the interfacial tension
of the lipid membrane, and ¥{ o1, Ve Yion and
7Y (N/m) are the specific interfacial tensions of the
membrane components, respectively.

3. Theory: phosphatidylserine

The -PO(~), -N*JH; and the -COO~) groups are
present at the phospholipid layer surface at the aque-
ous solution side; the surface is built of molecules
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Fig. 2. Model I of the bilayer lipid surface, which presents the
equilibria between the H* and OH™ ions from the solution and
the functional groups distributed on its surface.

each of them containing one ~PO(™), one —~N(*/Hj,
and one —COO(™) group. Various models of mem-
brane surface structure can be adopted to analyse
and describe the equilibria between the bilayer and
the solution ions.

3.1. Model I

In this model, the surface is continuous with uni-
formly distributed functional groups constituting the
active centres of H* and OH™ ion adsorption. The
scheme of the membrane surface in this model is
presented in Fig. 2. The system is schematically pre-
sented by Eqgs. 29a-31a:

__PO(—) +H(+) PN _Po(-) -H®

(29a)
(A1) (A1H)
(]:/')H OH(™) o) (-)
(B (BOH)
-Co0® +H® & -Co0Y —H®
(31a)

(A2) (A2H)

Thus, six kinds of groups are present on the layer
surface: A7, AjH, B*, BOH, A; and A,H.

The dependence of the interfacial tension of lipid
membranes on the pH solution can be described in
terms of acid-base equilibria. Let us assume that H*
and OH™ ions are adsorbed on the phospholipid sur-
face. The adsorption equilibria are described by the
equations:

A7 +H' o AH (29b)

B* + OH™ < BOH (30b)

A; +H" & AH (31b)

The lipid is present in the membrane only. There-
fore, the surface concentration of the lipid is equal to
its amount related to the membrane surface area.
These concentrations, and the concentration ions,
determine the association acid and base constants
according to the relationships:

AaH

Ky =——— 32

A aAI* ayg+ ( )

KB _ AdBoH (33)
ap+"doH—

Ka, = 2 (34)
- aA; *ay+

The surface concentration of the lipid is denoted
by s; the following equations can be written depend-
ing on the form of Eq. 29a or Eq. 30a of the acid-
base equilibria:

aaH +aa; = (35)
agoy +ag+ =S (36)
aa,u + aA; =9 (37)

where aa,n, aa-, apon, ag+, da,u and aa; (mol/m?)
are the concentrations on the membrane surface of
the membrane components, respectively.

The following equation can be written assuming
that contributions of the individual forms are addi-
tive:

Y =7YA; + YAH T VB + YBou + ¥A; + Van  (38)

The expressions describing the interfacial tension
values of the individual forms of the phosphatidyl-

’PO(') TR,S |coo(-) PO @{3 lcoot—) ‘Pow f},} €000

Fig. 3. Model II of the bilayer lipid surface, which presents the
equilibria between the H* and OH™ ions from the solution and
the species containing A; and BA; groups.

Ay (BA)
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interfacial tension [N . m™]

-2,0E-03

-4,0E-03 T T \

-6,0E-03

-8,0E-03

pH of electrolyte solution

A+AH+B+BOH W experimental value

Fig. 4. The participation of the A and B groups, calculated for
Description I, in dissociated and associated forms in the interfa-
cial tension of the bilayer formed from PC, as a function of
pH of the electrolyte solution.

serine (PS) molecule considered can then be written:

Yar = y‘,ll—-a% (39)
Yam = VAot (40)
Yo = Vi (41)
YBOH = Y%OH'aB% (42)
Ya; = y%;-w% (43)
YAH = V%ZH'a/;ZH (44)

Egs. 32-44 form an equation system and the aa, u,

dA;, ABOH, GB+, AAH and aa; values will be elimi-
nated.
We therefore have:

KA, an+ KA, ay+
0 A“H 0 A YH
= _ 1——
TEA ( 1+KA1aH+> * YA‘H(l +KA10H+>+
Kgaoyg- Kgaoy-
0 BAOH 0 BAOH
|—_ DBYOH™ _ DBYOH™
J/B+< 1+ KBaOH> + J/BOH<1 + KBaOH>+
K, ap+ Ka,an+
0 A,4H 0 A,0H
2
J/Az < 1+ KAZCIH+> T VAm (1 + KAzaH+)
(45)

Eq. 45 presents the dependence of the interfacial ten-
sion of the lipid membrane on the pH of the electro-
lyte solution. Here ¥ (N/m) is the interfacial tension
of the lipid membrane and ¥} g yA s Voms Vs
Ya.u and ¥4 a; (N/m) are the spemﬁc interfacial ten-
sions of the membrane components, respectively.

3.2. Model IT

In this model, the acid equilibrium between the
—PO) group and the H* ion and the species con-
taining the -N"Hj and the -COO(™) group with the
H*™ and OH™ ions of the solution are distinguished.
The model is presented in Fig. 3.

The dependence of the interfacial tension of lipid
membranes on the pH solution can be described in
terms of acid-base equilibria. Let us assume that H
and OH™ ions are adsorbed on the phospholipid sur-
face. The adsorption equilibria are described by the

1,2
1,0 S ——
. .
. /I
0,8 ’
. /
g B /
2 0,6 N
< K 4/
1
0,4 \ 7
/
3 /
0,2 1 " /
“ 4
-
0,0 T —
0 2 4 6 8 10 12

Fig. 5. 6, calculated for Description I, in the associated A and
B groups in the interfacial tension of the bilayer formed from
PC, as a function of pH of the electrolyte solution.
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4,0E-03 -

3,0E-03 -

2,0E-03

1,0E-03

interfacial tension [N.m™]

0,0E+00

-1,0E-03 1

-2,0E-03

—-—-LOH \

B cxperimental value ‘

LHOH+LH+LOH+L

Fig. 6. The participation of the individual forms of the lecithin
molecules, calculated for Description II, in the interfacial ten-
sion of the bilayer formed from PC, as a function of pH of the
electrolyte solution.

equations:

A7 +H = AH (46)
B*AJ + OH™ < BOHA; (47)
BTA; + H" «B*AH (48)
BOHA; + H" < BOHA,H (49)

Thus, six groups, A7, AjH, BtA;, BOHA;, BfA;H
and BOHA,H, can be distinguished at the layer sur-
face.

The lipid is present in the membrane only. There-
fore, the surface concentration of the lipid is equal to
its amount related to the membrane surface area.
These concentrations, and the concentration ions,
determine the association acid and base constants
according to the relationships:

Ky = A (50)
aAI*'aHJr
P
K, oA (51)
ag+A; *AOH-

Ky = Aap+A,H (52)
aB+A2—-aH+
Ky = dBOHA,H ( 53)

dBOHA; "dH+

The surface concentration of the lipid is denoted
by s; the following equations can be written depend-
ing on the form of Eq. 29a or Eq. 30a of the acid-
base equilibria:

apu + aAl— =S (54)

ap+A; + ABOHA; t dB+AH + UBOHAH = § (55)

where aa-, aa,n, ap+a; , ABOHA; > dB+A.H and dpoHAH
are the concentrations on the membrane surface of
the membrane components, respectively.

Assuming that the contributions of the individual
forms to the interfacial tension are additive, the fol-
lowing equation can be written:

Y = YA; T YaH T VBrA; + VBOHA; t YB+AH T YBOHAH (56)

The expressions describing interfacial tension val-
ues of the individual forms of the phosphatidylserine
molecule considered can then be written:

7N
0
Ya; = YA;'T] (57)
0 aAlH
’yAlH = yA]H. s (58)
12 5,0E-03
| 45E03
L0 - - ~m T TTTTTTT o 40E03
08 SON S 3SE03
s S/ \ 7 1 30E03
S06 \ 2,5E03
= X A 20E-03
04 1 I A 15E03
02 /oo N | LOE3
i v //' ,-7‘\. \ 5,0E-04
00 == = T 0,0E+0
0 2 4 6 8 0 12
pH of dlectrolyte solution
----- IH ---10H ----L —--—LHOHl

Fig. 7. 6, calculated for Description II, for the individual form
of the lecithin molecule, in the interfacial tension of the bilayer
formed from PC, as a function of pH of the electrolyte solu-
tion.
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Thias = Thoay (59)
YBOHA; = Y%OHA; .am% (60)
YB+A,H = }’%+A2H‘aB+SA2H (61)
YBOHAH = Y%OHAZH'aBOﬂ (62)

N

Egs. 50-62 form an equation system and the aa.,

dAH, UB*A;> UBOHA;> dB+AH and dBOHA,H values
will be eliminated.
We therefore have:

Y= —mla%q+ Y —hmnay+s Yy —msdon- Y + m4a]2—1++
msay+ + Mmedoy- + b (63)

Here:

K K3
M

m; =

K+ K3 + K1 K> K4K,,

np = M
m £
TM
KiK3(YX n+ 7% am)
183(YAH T VB+AH
my = M
ms =

K3 J/OAIH + K K>K4K,, J/OA,H + K 7(1)3+A; + K1 K>K4K,, y%OHAzH

M

K, 79&(
M

me =

ll’d-) (ﬁCH:,):: IPO(_) (lltl;CH:,)g, rd_) (1|J‘;2CH3)3
| | | || |

Fig. 8. Model of the bilayer lipid surface presenting the equili-
bria between the HT and OH™ ions from the solution and the
lecithin molecules.

L2E-02
1,0E-02 -
8,0E-03 -
6,0E-03
4,0E-03

2,0E-03 .//{.‘%\i\-._._._._._.

0,0E+00 : ‘ . —

interfacial tension [N .m"]

-2,0E-03

-4,0E-03 -

-6,0E-03

pPH of electrolyte solution

= == Al+AlH
— - =—-B+BOH

W experimental values

AT+B+A2+ATH+BOH+A2ZH

Fig. 9. The participation of the A;, B and A, groups, calcu-
lated for Model I, in dissociated and associated forms in the in-
terfacial tension of the bilayer formed from PS, as a function
of pH of the electrolyte solution.

0 0 0 0 0 0
Yar T Yau T VBea; + VBona; T VBran T VBonam |

b == M T

K2K4KW)/0A1— + K1K2Kw(yOA]H + y%OHA;)
M

M=1+ (Kl +K4)K2Kw

Eq. 63 presents the dependence of the interfacial
tension of the lipid membrane on pH of electrolyte
solution. Here y (N/m) is the interfacial tension of
the lipid membrane, and yA , yA]H, vy Ay 7/BOHA ,
7S An and yBOHA H (N/m) are the spemﬁc interfa-
cial tensions of the membrane components, respec-
tively.

4. Experimental
4.1. Methods

The interfacial tension, %, of the lipid bilayer was
determined by measuring the curvature radius, R, of
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the convex surface formed by applying a pressure
difference, Ap, on its sides. The method used was
based on Young’s and Laplace’s equation [20]:
2y= RAp.

4.2. Measurements

The apparatus and the measurement method have
been described in a previous paper [19,21]. The lipid
membranes were formed by the Mueller—Rudin
method [22]. They were formed in a Teflon dia-
phragm of 1.5 mm outer diameter containing an or-
ifice along its axis. An electrolyte solution was
present on both sides of the orifice. The convexity
of the spherical cap was measured by means of a
microscope with an objective equipped with a scale
with 0.1 mm interval scale marks. Therefore, the in-
strument readings of the lipid spherical cap were
made with 0.05 mm precision. The convexity of the
lipid membrane of the spherical cap, together with
the Teflon element diameter corresponding to the
lipid spherical cap diameter, yielded the radius of
curvature. The measurement of the spherical cap
was difficult, as the spherical cap is hardly visible.
While using yellow light its visibility gets better.

The interfacial tension was measured on freshly
created lipid bilayer membrane 12-15 times for
each pH electrolyte solution. For each membrane
about 10 instrument readings of the lipid spherical
cap diameter, formed by pressure difference applied

3,5E-03

3,0E-03

2,5E-03

2,0E-03

interfacial tension [N. m"]

o L] o L]
1,5E-03
1,0E-03
5,0E-04 r
2 4 6 8 10 12
pH of electrolyte solution
®m experimental values ——theoretical curve

Fig. 10. The participation of the A; and BA, groups, calculated
for Model I, in dissociated and associated forms in the interfa-
cial tension of the bilayer formed from PS, as a function of pH
of the electrolyte solution.

I N R
- [ N o

(ABA,)

P0O (. C000P0O 000 POOGY €000
| ’ il

Fig. 11. Model III of the bilayer lipid surface, which presents
the equilibria between the H™ and OH™ ions from the solution
and the species containing A;jBA; groups.

on both sides, were made. These measurements were
made in the whole range, from the very low values of
the lipid spherical cap diameter to those almost equal
to the Teflon element radius. From all instrument
readings (100-150) the arithmetic mean and standard
deviation were enumerated. Measurements with a
preparation of the electrolyte solution were made
2-3 times in order to test the repeatability of these
determinations.

The solution used to form the model membrane
contained 20 mg/ml of lipid in solution (n-decane,
butanol).

4.3. Materials

Egg PC (99%) from Fluka was used in the experi-
ment; it had the following fatty acid composition:
16:0 ~33%, 18:0 ~4%, 18:1 ~30%, 18:2 ~14%,
20:4 ~4%.

3-sn-Phosphatidyl-L-serine  from bovine
(99%) from Fluka was used in the experiment.

Buffers of 2-12 pH ranges were prepared accord-
ing to Britton and Robinson [23] and used as the
electrolyte. They were prepared by adding 0.2 M
sodium hydroxide to 100 ml of solution having the
following composition: 0.04 M acetic acid (80%,
POCh), 0.04 M phosphoric acid (POCh), and 0.04
M boric acid (POCh). A suitable pH of the buffer
was established depending on the amount of sodium
hydroxide added.

brain

5. Results and discussions

The interfacial tension of the membrane formed
from phosphatidylcholine is plotted in Fig. 4 vs.
pH of the electrolyte solution. Points present the ex-
perimental values, the total values calculated from
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Eq. 12 are presented by the continuous line and the
interfacial tension values of lecithin membrane com-
ponents are marked with broken lines. Fig. 4 refers
to the above presented Description I where the dis-
tribution of the ~PO(™) and -N(*)(CHj3); groups on
the aqueous solution side of the lipid layer has been
assumed to be uniform.

As seen in Eq. 12, the total interfacial tension val-
ue of the lecithin membrane is a sum of the interfa-
cial tension values of its components, i.e. A~, AH,
B* and BOH.

Specific interfacial tension values of the individual
components of the lecithin membrane were deter-
mined. The results were obtained by linear regression
using the Excel 97 program. The y%_, ¥%y, 7%+ and
Y%on values determined in this way are equal to 7.03
mN/m, 4.84 mN/m, —3.91 mN/m, and —5.46 mN/m,
respectively.

Coverage of the lipid membrane surface by the H*
and OH™ ions vs. pH of the electrolyte solution is
presented in Fig. 5. As can be seen, the lecithin mem-
brane surface is not covered by the Ht and OH™
ions in the proximity of its isoelectric point, i.e. at
pH equal to about 4.

The interfacial tension of the membrane formed
from phosphatidylcholine is also plotted in Fig. 6
vs. the pH of the electrolyte solution. Points present
the experimental values, the total values calculated
from Eq. 28, which has been derived according to
Description II, are presented by the continuous line
and the interfacial tension values of lecithin mem-
brane components are marked with broken lines. It
is seen in Eq. 28 that the total interfacial tension
value of the lecithin membrane is the sum of its in-
dividual components, i.e. LHOH, LH*, LOH™ and
L.

Specific interfacial tension values of individual lec-
ithin membrane components were determined by lin-
ear regression using the Excel 97 program. The
Waon» s Yion- and yY values determined in
this way are equal to 5.743 mN/m, 9.35 mN/m,
—1.58 mN/m, and —1.37 mN/m, respectively.

Coverage of the lipid membrane surface by the H*
and OH™ ions vs. pH of the electrolyte solution is
presented in Fig. 7. Like in Description II, the L
form predominates in the lecithin membrane surface
in the proximity of its isoelectric point; its surface is
not covered by the H* and OH™ ions there. In both

descriptions, coverage of the lipid membrane surface
by the H* and OH™ ions remains unchanged in the
ranges below 1.5 and above 7.

Considerations of equilibria by considering the H*
and OH™ ions in terms of Model II presented in Fig.
8 and calculations of contributions of those forms to
the interfacial tension of the lipid bilayer resulted in
disagreement with the experiment.

The description presented above, in which the con-
tributions of various forms of the lecithin molecule
to the interfacial tension of the bilayer were assumed
to be additive, resulted in a markedly better descrip-
tion of the dependence on pH than the description
based on the Gibbs isotherm [19], particularly at dis-
tances far from the isoelectric point.

The interfacial tension of the membrane formed
from phosphatidylserine is plotted in Fig. 9 vs. pH
of the electrolyte solution. In this figure, the exper-
imental values are marked by points and the theoret-
ical ones obtained from Eq. 45 by lines. Broken lines
present the interfacial tensions of the individual
membrane components, i.e. A, AjH, B*, BOH,
A5 and A H. Fig. 9 refers to the earlier described
structural Model I of a lipid membrane surface in
which the functional groups have been assumed to
be uniformly distributed on its surface on the aque-
ous solution side. As is seen in Eq. 45, the total
interfacial tension value of the PS membrane is the
sum of the interfacial tension values of its compo-
nents, i.e. A;, AjH, BY, BOH, A5 and AH.

However, the acid—base constants of the PS mem-
brane components were needed to calculate their in-
terfacial tension contributions. Their determination
is difficult because phosphatidylserine is insoluble in
water. This was the reason why liposomes were used
to calculate these magnitudes. In this way, a uniform
distribution of phosphatidylserine functional groups
in solution was assured in spite of its insolubility in
water. It was assumed in the calculations that the PS
molecules present in the outer layer of the liposome
only take part in the acid-base equilibria. For this
reason, the PS concentration used in the calculation
is half of that introduced into the solution. The acid-
base constants were determined by titration of lipo-
somes previously obtained with hydrochloric acid
and sodium hydroxide. Titrations were made with a
736GP Titrino apparatus from Metrohm (Switzer-
land) [20].
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The acid—base equilibrium constants are K; = 1033
and K> =10%%. As two constants were determined
and three were needed for the calculations, the asso-
ciation constant, K, =10?>%!, determined in [19],
was assigned to the -PO(™) group. Thus, the K; con-
stant determined by titration is the geometrical mean
of the K4, and Ka,. In this way, it was possible to
calculate Ka, = 10413 The Ky was determined by
titration and it was found to be equal to 10°33.
The specific interfacial tensions of individual forms
of PS membrane can be calculated by substituting
the Ka,, Ka, and Kp constants obtained in this
way into Eq. 45.

Introducing the Ka,, Ka, and Kp values obtained
in this way into Eq. 45 yielded specific interfacial
tension values of the individual forms of the PS
membrane. The results were obtained using the linear
regression method of the Excel 97 program. The
YAH, YA, VB, YBoH, Ya.n and ya values deter-
mined in this way were —2X1073, —4.4x1073,
—4.07x1073, —2.69%x1073, 7.81x1073, and
8.06 1073 N/m, respectively. When the interfacial
tensions of bilayer lipid membranes formed from
only individual forms have negative values, it is pos-
sible to suppose that no bilayer membranes formed
from these forms do exist.

In Fig. 10, the experimental interfacial tension val-
ues are represented as points and those calculated for
Model II from Eq. 63 as solid lines. Fig. 10 refers to
Model II in which the phosphatidylserine surface is
built of molecules. However, the determination of
the interfacial tension of the individual components
was difficult because the association constant values
K, K>, K5 and K, were unknown. For this reason,
the individual equation coefficients, m;, my, ms, ma,
ms, mg and b, were obtained using the linear regres-
sion method of the Excel 97 program.

As can be seen in Fig. 10, Model II yields a much
better agreement of calculated and experimental data
in the whole pH range. This indicates that it is closer
to reality.

Another structural model of the PS bilayer surface
is presented in Fig. 11. This model was considered to
explain acid equilibria between the functional groups
of the PS molecule and the H* and OH™ ions in
solution. However, the presentation and the discus-
sion of equilibria in the forms envisaged by this mod-
el and calculations of their contribution to the inter-

facial tension of the lipid bilayer result in
disagreement with the experiment.
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