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TEMPERATURE AND CONCENTRATION
DEPENDENCES OF THE ZETA POTENTIAL
OF ALBUMIN MACROMOLECULES
IN THE AQUEOUS-SALT SOLUTION

Using the cellular model, the dependences of the zeta potential of human serum albumin on the
salt concentration in aqueous NaCl solutions have been obtained for two temperatures, 300 and
318 K, and two values of albumin radius, 40 and 45 Å. It is found that the temperature vari-
ation within the considered interval does not significantly affect the examined parameter. An
increase of the molecular radius by 5 Å leads to a noticeable reduction of the zeta potential
from 3 to 10 units depending on the salt concentration. The obtained data can serve as a basis
for interpreting the values of the albumin zeta potential under various pathological conditions.
K e yw o r d s: aqueous solution, albumin, sodium chloride, zeta potential, pH, cellular model.

1. Introduction

This work is aimed at studying the electrophysical
properties of macromolecules of human serum albu-
min in aqueous salt solutions. By serum albumin, we
mean the globular protein that is one of the main
components of blood plasma [1–3].

Albumin comprises the main fraction (63–65 wt%)
of all proteins in blood plasma [1]. The others are
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globulins (36.8 wt%) and fibrinogen (0.4 wt%). In
addition, blood plasma also contains lipids, fatty
acids, cholesterol, and so forth. Inorganic substances
in blood plasma include such salts as sodium, potas-
sium, and magnesium chlorides, as well as others;
their total amount is about 10 g/l. Albumin is the
main protein that is responsible for several important
blood functions: transport, regulation, and accumu-
lation [2].

According to work [1], human serum albumin is a
globular protein consisting of a sequence of 585 amino
acids arranged into one polypeptide chain 350 Å in
length. The albumin molecule forms the secondary
(the alpha-helix), tertiary, and quaternary struc-
tures. It consists of three domains, each of them con-
sisting of two subdomains. The secondary structure of
the albumin molecule arises due to the formation of
hydrogen bonds between separate parts of the molec-
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ular chain. The tertiary and quaternary structures
arise due to the presence of hydrogen bonds, disper-
sion, and electrostatic interaction between separate
parts of the molecule. In the condensed state, the
macromolecule has an irregular heart-shaped form,
which can be imagined, on average, as a triangular
prism 80×80×80×30 Å4 in dimensions. Albumin is
characterized by a good solubility in water and aque-
ous salt solutions.

When an albumin macromolecule is brought in an
aqueous solution, the lateral parts of the amino acid
residues of the macromolecule interact with water
molecules, and the macromolecule picks up or loses
hydrogen cations. Only those amino acid residues are
taken into account that are located near the albu-
min macromolecule’s surface. In this case, the aspar-
tic and glutamic amino acids located at the surface of
the albumin molecule lose hydrogen cations, whereas
histidine, lysine, and arginine pick up them. These
processes lead to the formation of a surface charge
and (together with salt ions) a diffusion electric layer
around the macromolecule. They also change the im-
portant property of the solution, the pH value [4–9].

When a molecule moves, the electric double layer
becomes partially destroyed. The place, where the
electric double layer is broken, is called the slid-
ing plane. The zeta potential is the potential of a
molecule located at the sliding plane. The zeta po-
tential parameter evaluates the ability of a molecule
to adjoin and transport molecules of medicinal sub-
stances, hormones, and so forth [6–14].

In dilute solutions, the potential distribution
around an isolated macromolecule can be determined
using the Debye approximation [15]. According to
the result of work [14], the potential created by a
molecule decreases exponentially with the distance
from it. The effective thickness of the electrical layer
around the albumin macromolecule is evaluated in
terms of the Debye radius 𝑟D [16, 17].

If the distance 𝑟 between two albumin molecules
is large, 𝑟 > 2(𝑟a + 𝑟D), where 𝑟a is the radius of
the albumin molecule, their interaction can be ne-
glected. At higher albumin concentrations, when the
distance between the centers of albumin molecules
satisfies the inequality 𝑟 < 2(𝑟a + 𝑟D), the diffu-
sion layers of neighbor macromolecules overlap, and
the potential distribution, as well as the zeta poten-
tial value, substantially changes. The potential dis-
tribution also considerably changes owing to the in-

Fig. 1. Model representation of the arrangement of albu-
min macromolecules (circles) in an aqueous solution of albumin
(left) and in blood plasma (right); the ellipses denote 𝛾-globulin
macromolecules, and the figure F is a fibrinogen macromolecule

fluence of all other proteins in plasma, because the
total volume occupied by proteins (except albumin)
is equal to the total fractional volume of albumin
macromolecules. In this case, it is necessary to apply
a new method for the calculation of the zeta poten-
tial, which is known in the literature as the cellular
model [18, 19].

Let us briefly dwell on the concentration values
for which the application of the Debye and cellu-
lar models is valid. In Western literature, it is gen-
erally accepted to use two terms: the mass den-
sity 𝜌 and the number density 𝑛 = 𝜌/𝑚0, where
𝑚0 is the mass of a molecule. We will use the def-
inition of the number density 𝑛 as the number of
molecules per unit volume. It is not difficult to make
sure that, at the maximum dense packing of albumin
macromolecules, the molar fraction of albumin equals
𝑐𝑀 ≈ 𝑛a/𝑛w ≈ 6× 10−5, where 𝑛a = 3/(8𝜋𝑟3a) is the
number density of albumin molecules at their maxi-
mum packing, and 𝑛w is the number density of water
molecules in the solution. Note that, hereafter, we use
the approximate definition of the mole fraction, be-
cause 𝑛a ≪ 𝑛w.

The average distance between the centers of albu-
min macromolecules in blood plasma is about ⟨𝑟12⟩ ≈
4𝑟a. If blood contains only albumin macromolecules,
the Debye approximation would be enough. However,
macromolecules of 𝛾-globulin and fibrinogen, whose
volumes are substantially larger, violate the equidis-
tant arrangement of albumin macromolecules and the
conditions for the Debye approximation validity (see
Fig. 1). In this case, a more adequate description can
be achieved making use of the cellular model (see
works [18, 19]).

An important issue in medicine and biophysics
is the elucidation of the dependence of the macro-
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molecule zeta potential on the solution pH, as well
as the simultaneous dependences of the zeta poten-
tial and the pH on the salt concentration. The an-
swer to the first question was obtained in work [20],
where it is shown that the zeta potential takes posi-
tive values in the case pH < pH𝑒, where pH𝑒 is the pH
value at the isoelectric point, where the zeta potential
changes its sign, and negative ones, if pH > pH𝑒. Un-
fortunately, the dependence of the zeta potential and
the pH on the salt concentration has not been studied
in detail. The first results were obtained in work [21].

This work had several purposes: 1) to construct
a cellular model for the aqueous solution of hu-
man serum albumin, 2) to calculate theoretically the
charge of the albumin molecule in the solution and
its dependence on the pH, 3) to find the dependences
of the zeta potential of the albumin macromolecule
on the albumin and salt number concentrations„ the
temperature, and the pH, and 4) to analyze the the-
oretical concentration and temperature dependences
of the zeta potential of albumin macromolecules.

2. Application of the Debye Approximation
to Dilute Aqueous-Salt Solutions of Albumin

First, let us consider a dilute aqueous solution of al-
bumin, when the influence of a molecule on another
one is insignificant. To evaluate the zeta potential in
this case, we apply the Debye equation with all stan-
dard approximations [16–19].

The field potential satisfies the Poisson equation

Δ𝜙 = −4𝜋𝜌

𝜀
, (1)

where 𝜀 is the real part of the effective dielectric con-
stant of the electrolyte at zero frequency. The volume
charge density is determined by the expression

𝜌(𝑟) = − 𝜙

4𝜋𝑟2D
. (2)

The following boundary condition for the potential is
obeyed at the surface of a spherical particle:

𝜕𝜙(𝑟)

𝜕𝑟

⃒⃒⃒⃒
𝑟=𝑟𝑝

= 4𝜋𝜎, (3)

where 𝜎 is the surface charge density. The other
boundary condition is standard,

𝜙(𝑟) → 0, 𝑟 → ∞. (4)

The potential that satisfies Eq. (1) and the formu-
lated boundary conditions can be presented in the
form

𝜙(𝑟) = 𝜙0(𝑟a)𝑓(𝑟), (5)

where
𝜙0(𝑟a) =

4𝜋𝜎𝑟a𝑟D
𝜀(𝑟a + 𝑟D)

(6)

is the potential created by the charged surface in its
vicinity, and the function

𝑓(𝑟) =
𝑟a
𝑟

exp

(︂
−𝑟 − 𝑟a

𝑟𝐷

)︂
(7)

describes the potential decrease, as the distance from
the albumin surface grows. If 𝑛Na is the concentration
of sodium ions, then the Debye radius corresponding
to the effective thickness of the diffusion layer equals

𝑟𝐷 =

(︂
𝜀𝑘B𝑇

8𝜋𝑒2𝑛𝑁𝑎

)︂1/2
, (8)

where 𝑒 is the elementary charge, 𝑘𝐵 the Boltzmann
constant, and 𝑇 the temperature.

The zeta potential is determined by the potential
difference between the surface and an infinitely dis-
tant point. According to Eq. (5), it is equal to

𝜁 = 𝜙0(𝑟a). (9)

According to the results of zeta-potential studies in
works [22–25], the surface charge of the albumin
macromolecule is within the interval (15÷50)𝑒. In the
further calculations of the zeta potential, we will con-
sider the surface charge of the albumin molecule in
the solution to have a constant value of 18𝑒, which
corresponds to the albumin charge at the physiologi-
cal pH value of human blood [2, 22, 24].

In Fig. 2, the dependence of the zeta potential of
albumin macromolecules on the ionic density in the
solution calculated in the Debye approximation at
𝑇 = 300 K is shown. One can see that, as the concen-
tration of ions in the solution increases, the zeta po-
tential of the albumin molecule tends to zero, which
corresponds to a complete screening of the macro-
molecule’s charge.

3. Cellular Model

In order to determine the zeta potential of the albu-
min macromolecule, let us apply the method that was
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proposed in works [18, 19] to describe the electrical
properties of dust plasma. According to research [25],
an albumin molecule in the solution acquires a shape
that depends on the pH value. At pH > 6, its form
can be approximated by an ellipsoid. As a result,
we have an irregularly shaped molecule with a non-
uniform charge distribution. Nevertheless, since an
albumin molecule in the solution has a high rotational
velocity, its shape can be considered as approximately
spherical, so that the average surface charge density
can be estimated (see Fig. 3).

When an albumin molecule finds itself in the so-
lution, a redistribution of electric charges takes place
over the molecule’s surface and in the solution. A lay-
ered cloud of positive and negative charges, an electric
double layer, emerges around the molecule. This layer
completely screens the molecule’s charge. Therefore,
the field potential equals zero at some distance from
the charged particle. Hence, the whole system can be
divided into a set of identical regions, cells, with the
electric field potential vanishing at their boundaries
(see Fig. 4).

Let us determine the field potential in the cell as a
function of the distance from the albumin molecule.
The radius of the cell is determined from the condi-
tion that the cell volume is equal to the fractional
volume per one particle of albumin,

𝑟D =

(︂
3

4𝜋𝑛𝑝

)︂1/3
. (10)

For this model, we use assumptions that are com-
pletely analogous to the Debye approximation (1)–
(4). The first boundary condition is that the field po-
tential equals zero at the cell boundary,

𝜙(𝑟)|𝑟=𝑟𝑐
= 0. (11)

At the molecule’s surface, the field potential satisfies
the condition

𝜕𝜙(𝑟)

𝜕𝑟

⃒⃒⃒⃒
𝑟=𝑟𝑝

= 4𝜋𝜎, (12)

where 𝑟𝑝 is the radius of the albumin molecule in the
solution.

The solution of the differential equation (1) with
the boundary conditions (11) and (12) looks like

𝜙(𝑟) = 𝜙0(𝑟a)𝑓(𝑟), (13)

Fig. 2. Dependence of the zeta potential of albumin macro-
molecules on the normalized density of salt ions in the solution
obtained in the Debye approximation at 𝑇 = 300 K

Fig. 3. Model representation of the albumin macromolecule
as a sphere

Fig. 4. Segmentation of the system into a set of identical cells

where

𝜙0(𝑟a) =
4𝜋𝜎

𝜀

𝑟a𝑟D sinh 𝑟𝑐−𝑟a
𝑟D

𝑟a cosh
𝑟a−𝑟𝑐
𝑟D

− 𝑟D sinh 𝑟a−𝑟𝑐
𝑟D

, (14)

𝑓(𝑟) =
𝑟a
𝑟

sinh 𝑟𝑐−𝑟
𝑟D

sinh 𝑟𝑐−𝑟a
𝑟D

. (15)

Since, according to the definition, the zeta potential
is the difference

𝜁 = 𝜙(𝑟a)− 𝜙(𝑟𝑐) (16)
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a

b
Fig. 5. Dependences of the zeta potentials of an aqueous so-
lution of albumin molecules on the normalized density of salt
ions at the temperatures 𝑇 = 300 (𝑎) and 318 K (𝑏)

Average values
of volume concentrations of main
protein groups in blood plasma

Main protein Volume Total volume
groups in concentration, concentration,

blood plasma 𝜔𝑖 𝜔

Albumin 0.12
𝛼1-globulin 0.0068
𝛼2-globulin 0.0156 0.25
𝛽-globulin 0.0116
𝛾-globulin 0.0518
Fibrinogen 0.034

and 𝜙(𝑟𝑐) = 0, the zeta potential is equal to the po-
tential at the surface of the albumin molecule,

𝜁 = 𝜙0(𝑟a) =
4𝜋𝜎

𝜀

𝑟a𝑟D sinh 𝑟𝑐−𝑟a
𝑟D

𝑟a cosh
𝑟a−𝑟𝑐
𝑟D

− 𝑟D sinh 𝑟a−𝑟𝑐
𝑟D

. (17)

Hence, the zeta potential is a function of the same
parameters that govern the behavior of the Debye
radius, as well as the surface charge density of the
particle and the dielectric constant of water.

4. Discussion of the Zeta-Potential
Behavior in Aqueous-Salt Solutions
of Albumin and Its Dependence
on the Solution Parameters

To illustrate the effect of the restrictions imposed by
the cellular model, let us consider the dependence of
the zeta potential on the albumin and salt concen-
trations. As is known [1, 2], albumin comprises the
main fraction (63–65 wt%) of all proteins in blood
plasma. The others are globulins (36.8 wt%) and fib-
rinogen (0.4 wt%). Globulins in blood plasma have
been separated into three fractions: 𝛼-, 𝛽-, and 𝛾-
globulins. The volume concentrations of plasma pro-
teins are quoted in Table 1.

Blood plasma also includes the following salts:
1) NaCl with the molar fraction 𝑐NaCl ≈ 𝑛NaCl/𝑛w =
= 2.6× 10−3, where 𝑛NaCl and 𝑛w are the num-
ber densities of sodium chloride and water, respec-
tively, molecules in the aqueous solution; 2) KCl
with 𝑐KCl = 9 × 10−5; 3) CaCl2 with 𝑐CaCl2 =
= 4.55× 10−5; 4) MgSO4 with 𝑐MgSO4

= 1.82×10−5;
and 5) NaHCO3 with 𝑐NaHCO3

= 5 × 10−4. As one
can see, the influence of sodium chloride on the
blood plasma properties dominates, because its con-
tent exceeds 80% of the total amount of blood plasma
salts. Therefore, in our calculations, we confined at-
tention to the amount of sodium chloride only.

Below, to describe the salt content in the solution,
we use the normalized value of the number density,
which is defined as the ratio between the salt density
and its standard value in blood plasma, 𝑛𝑠 = 𝑛𝑠/𝑛

(st)
𝑠 ,

where 𝑛
(st)
𝑠 = 1.022 × 1020 cm−3 is the number den-

sity of salt corresponding to its content in the blood
plasma of a healthy person. The albumin density is
described similarly, �̃�a = 𝑛a/𝑛

(st)
a , where the stan-

dard value equals 𝑛
(st)
a = 4.5× 1017 cm−3.

Figure 5 shows the dependences of the zeta-
potential on the sodium chloride normalized den-
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a

b
Fig. 6. Dependences of the zeta potential of albumin molecu-
les on the normalized density of salt ions for an albumin radius
of 40 Å (𝑎) and 45 Å (𝑏)

sity �̃�𝑠 for various number densities 𝑛a of albumin:
Fig. 5, 𝑎 corresponds to the temperature 𝑇 = 300 K,
and Fig. 5, 𝑏 to 𝑇 = 318 K. From the obtained the-
oretical dependences, the conclusion follows that a
temperature variation of 10–20 K has almost no effect
on the concentration dependences of the zeta poten-
tial of albumin.

In works [26, 27], it was shown that the size of al-
bumin molecules depends on the pH and concentra-
tion of albumin. The influence of the albumin macro-
molecule size is analyzed in Fig. 6: Fig. 6, 𝑎 corre-
sponds to an albumin radius of 40 Å, and Fig. 6, 𝑏 to
45 Å. As one can see,

Fig. 7. Dependences of the zeta potential of albumin mole-
cules on the normalized density of albumin for various number
densities of salt ions

Fig. 8. Dependence of the ratio 𝜁D/𝜁𝑐 on the normalized den-
sity of salt

1) the value of the zeta potential substantially in-
creases, as the albumin density decreases (for 𝑟a =
= 42 Å, 𝜁 = 16 mV at �̃�a = 1.5 and 𝜁 = 40 mV at
�̃�a = 1/3, i.e., Δ𝜁 ≈ 23 ÷ 24 mV; when the albumin
radius increases by 2–3 Å, the difference Δ𝜁 remains
the same);

2) the value of the zeta potential decreases with
the growth of the sodium chloride density (from 25
to 12 mV at the standard concentration of albumin
and 𝑟a = 42 Å); notice that, as the albumin concen-
tration increases, the salt effect on the zeta potential
diminishes;
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3) it follows from the analysis of Fig. 7 that the
influence of the albumin density becomes less notice-
able, as the salt density increases;

4) if the radius of albumin in the solution of albu-
min macromolecules increases (in our case, by 5 Å),
the zeta potential decreases by 8–9 units at all albu-
min densities and �̃�𝑠 = 0.01; as the salt density �̃�𝑠

increases, the variation of 𝜁 diminishes, as the radius
decreases;

5) the value of the zeta potential is almost indepen-
dent of the temperature: the magnitude of the zeta
potential variation is of an order of 10−1÷10−2 mV.

Finally, let us consider the ratio between the zeta
potentials in the Debye, 𝜁D, and cellular, 𝜁𝑐, models
as a function of the normalized salt density �̃�𝑠. It is
assumed that 𝜁D and 𝜁𝑐 are determined by formulas
(9) and (17), respectively. The plot of the dependence
𝜁D/𝜁𝑐 = 𝑓(�̃�𝑠) is shown in Fig. 8. For rather concen-
trated salt solutions, this ratio expectedly approaches
unity. Substantial deviations from unity are observed
only at the densities �̃�𝑠 < 0.4. This circumstance is
very important for the interpretation of experimental
data obtained for the zeta potential values.

5. Conclusions

The measurements of the zeta potential provide us
with the information about a) the charge value at
the surface of the albumin macromolecule and b) the
parameters of the diffusion layer. That is why it is
necessary to carefully study the dependence of the
zeta potential on the albumin concentration and the
concentration of salt ions, and to know their aver-
age values for a specific organism. A deviation of the
zeta potential from the average value testifies to a
change in the ion concentration and/or the albumin
concentration.

It should be taken into account that experimen-
tal measurements of the zeta potential give us the
information not only about albumin, but also about
the distribution of charges over other plasma compo-
nents, fibrinogens and globulins.

The study of the zeta potential gives some insight
into the local characteristics of blood plasma, such as
the pH value and the albumin concentration in the
vessels.

The measurements of the zeta potential make it
possible to detect the minimum concentration of
those proteins that appear only in pathological states

of the organism (hematological diseases, Walden-
ström macroglobulinemia, leukemias, and autoim-
mune diseases). Those measurements can make a sig-
nificant contribution to the early diagnosis of a num-
ber of abnormalities in the genetic apparatus.

The authors express their deep gratitude to Aca-
demician Leonid Anatoliyovych Bulavin for his con-
stant support of the work and stimulation of its imple-
mentation. We would like to sincerely thank Professor
M.P.Malomuzh for his help in solving the tasks and
for discussing the obtained results.
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crucial role of water in the formation of the physiological
temperature range for warm-blooded organisms. J. Mol.
Liq. 306, 112818 (2020).

6. N. Atamas, V. Bardik, A. Bannikova, O. Grishina, E. Lu-
govskoi, S. Lavoryk, Y. Makogonenko, V. Korolovych,
D. Nerukh, V. Paschenko. The effect of water dynamics
on conformation changes of albumin in pre-denaturation
state: photon correlation spectroscopy and simulation.
J. Mol. Liq. 235, 17 (2017).

7. N. Atamas, V. Bardik, S. Komisarenko, Y. Makogonenko,
E. Lugovskoi, N. Malomuzh, D. Nerukh, P. Solonin. Wa-
ter dynamics and stability of major blood proteins at pre-
denaturation stage. Atti Accad. Pelor. Peric. 97 (S2), A16
(2019).

8. N.O. Mchedlov-Petrosyan, Yu.E. Zevatsky, D.V. Samoilov.
Physical Chemistry. Acid-Base Equilibria In Aqueous So-
lutions (St. Petersburg, 2018) (in Russian) [ISBN: 978-5-
7937-1496-9].

9. N.O. Mchedlov-Petrosyan, L.P. Loginova, V.N. Kleshchev-
nikova. Influence of salts on the ionization of indicators
in the Stern layer of cationic micelles. Zh. Fiz. Khim. 67,
1649 (1993) (in Russian).

10. O.V. Tomchuk, L.A. Bulavin, V.L. Aksenov, V.M. Gara-
mus, O.I. Ivankov, A.Y. Vul’, A.T. Dideikin, M.V. Avdeev.
Small-angle scattering from polydisperse particles with a
diffusive surface. J. Appl. Crystallogr. 47, 642 (2014).

11. E.A. Kyzyma, A.A. Tomchuk, L.A. Bulavin, V.I. Petrenko,
L. Almásy, M.V. Korobov, D.S. Volkov, I.V. Mikheev,
I.V. Koshlan, N.A. Koshlan, P. Bláha, M.V. Avdeev,
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О.Д.Столярик, А.А. Гуслiстий, О.В.Хорольський

ТЕМПЕРАТУРНА I КОНЦЕНТРАЦIЙНА
ЗАЛЕЖНIСТЬ ДЗЕТА-ПОТЕНЦIАЛУ
МАКРОМОЛЕКУЛ АЛЬБУМIНУ
У ВОДНО-СОЛЬОВОМУ РОЗЧИНI
ЗГIДНО З КОМIРКОВОЮ МОДЕЛЛЮ

За допомогою комiркової моделi побудовано концентрацiйнi
залежностi дзета-потенцiалу сироваткового альбумiну лю-
дини у водно-сольових розчинах; знайдено теоретичнi за-
лежностi дзета-потенцiалу водно-сольових розчинiв сиро-
ваткового альбумiну людини вiд концентрацiї хлориду на-
трiю для рiзних концентрацiй альбумiну: а) за двох рiзних
температур, 300 К та 318 К; б) за рiзних значень радiуса
альбумiну, 40 Å та 45 Å. Виявлено, що змiна температури в
розглянутих межах суттєво не впливає на дзета-потенцiал
водно-сольових розчинiв альбумiну; збiльшення радiуса мо-
лекули на 5 Å приводить до помiтного зменшення дзета-
потенцiалу вiд 3 до 10 одиниць в залежностi вiд концентра-
цiї солi. Отриманi данi є базисом для iнтерпретацiї значень
дзета-потенцiалу альбумiну за наявностi рiзних патологi-
чних станiв.

Ключ о в i с л о в а: водний розчин, альбумiн, хлорид на-
трiю, дзета-потенцiал, pH, комiркова модель.

ISSN 2071-0186. Ukr. J. Phys. 2023. Vol. 68, No. 11 749


