
Interaction between Viruses and
Clays in Static and Dynamic Batch
Systems
V A S I L I K I I . S Y N G O U N A A N D
C O N S T A N T I N O S V . C H R Y S I K O P O U L O S *

Department of Civil Engineering, Environmental Engineering
Laboratory, University of Patras, 26500 Patras, Greece

Received January 12, 2010. Revised manuscript received
April 28, 2010. Accepted May 10, 2010.

Bacteriophage MS2 and ΦX174 were used as surrogates for
human viruses in order to investigate the interaction between
viruses and clay particles. The selected phyllosilicate clays
were kaolinite and bentonite (>90% montmorillonite). A series
of static and dynamic experiments were conducted at two
different temperatures (4 and 25 °C) to investigate the effect
of temperature and agitation (dynamic experiments) on virus
adsorption onto clays. Appropriate adsorption isotherms were
determined. Electrokinetic features of bacteriophages and
clays were quantified at different pH and ionic strength (IS).
Moreover, interaction energies between viruses and clays were
calculated for the experimental conditions (pH 7 and IS ) 2
mM) by applying the DLVO theory. The experimental results
shown that virus adsorption increases linearly with suspended
virus concentration. The observed distribution coefficient (Kd)
was higher for MS2 than ΦX174. The observed Kd values were
higher for the dynamic than static experiments, and increased
with temperature. The results of this study provided basic
information for the effectiveness of clays to remove viruses by
adsorption from dilute aqueous solutions. No previous study
has explored the combined effect of temperature and agitation
on virus adsorption onto clays.

Introduction
Viruses in natural waters and wastewaters are frequently
found attached onto sand, clays, bacterial cells, naturally
occurring suspended colloids, sludge particles, and estuarine
silts and sediments (1, 2). The survival and persistence of
viruses adsorbed onto clays in natural habitats is greater
than that of suspended viruses (3-6). The mechanisms
associated with virus adsorption onto clays are not well
understood, and different viruses appear to have different
affinities for various clays (7, 8).

Viral adsorption onto mineral surfaces is primarily
controlled by electrostatic surface charge (9, 10), hydropho-
bicity (11, 12), and water chemistry (10, 13). Very few studies
have quantified the electrokinetic features of bacteriophages
at different pH and IS (12, 14). Electrokinetic measurements
may be influenced by the aggregation state of the viral
suspension (15, 16). However, electrokinetic properties of
viruses are not fully understood (17-19).

The surface charge heterogeneities of clay minerals
influence particle interactions in clay mineral suspensions
(20-22), which can affect colloid, biocolloid, and contami-

nant sorption. Although many researchers have investigated
the electrokinetic properties of clay minerals (23, 24) and
have examined the sorption of bacteriophages and patho-
genic viruses onto clays and other minerals (8, 9, 11, 19, 25, 26),
the interaction between viruses and clays is not fully
understood.

In this work, batch experiments were conducted to
investigate virus sorption onto various clay minerals at two
different temperatures under static and dynamic conditions.
To our knowledge, no previous study has investigated the
combined effect of temperature and agitation on virus
adsorption onto clays. The surface properties of viruses and
clays were evaluated by electrophoretic mobility measure-
ments over a large range of pH and IS. To explore the
interactions between viruses and mineral surfaces,
DerjaguinsLandausVerweysOverbeek (DLVO) potential
energy profiles were constructed for the experimental condi-
tions by modeling viruses as colloidal particles and using
measured zeta potentials.

Materials and Methods
Bacteriophage MS2 and ΦX174 were used in this study as
surrogates for human viruses. MS2 is a F-specific, single-
stranded RNA phage with 31% nucleic acid content, whose
host bacterium is E. coli ATTC 15597-B1; whereas, ΦX174 is
an icosahedral, single-stranded DNA phage with 26% nucleic
acid content, whose host bacterium is E. coli ATTC 13706-
B1. The MS2 particle diameter ranges from 24 to 26 nm,
whereas, the ΦX174 particle diameter ranges from 25 to 27
nm. MS2 has hydrophobic protein coat, whereas ΦX174 has
hydrophilic protein coat (27). The preparation of stock and
purification of bacteriophages were made according to the
ATCC procedure as described by Adams (28). Both bacte-
riophages were assayed by the double-layer overlay method
(28), where 0.1 mL of the appropriate host bacterium and 0.1
mL of diluted virus sample solution were mixed in a centrifuge
tube. The mixture was combined with molten soft-agar
medium (4.5 mL) maintained at 45 °C in a tube and poured
onto a Petri dish containing solid agar medium. The plates
were solidified for 10 min and incubated overnight at 37 °C.
Viable virus concentrations were determined by counting
the number of plaques in each host lawn and reported as
plaque-forming units per millilitter (PFU/mL). Only dilutions
that resulted in the range of 20-300 plaques per plate were
accepted for quantification. All virus concentrations reported
represent the average of two replicate plates.

The clays used in this investigation were the crystalline
aluminosilicates: kaolinite (03584 Kaolinite, Fluka, chemical
composition: Al2O3 ∼37.6%, SiO2 ∼47.3%, Fe2O3 ∼0.5%, TiO2

∼0.4%, K2O ∼1.8%, Na2O ∼0.1%, loss on calcination ∼12%)
and bentonite (18609 Bentonite, Riedel de Haen, > 90%
montmorillonite, chemical composition: SiO2 59.2%, Al2O3

18.5%, Fe2O3 5.6%, CaO 2.0%, MgO 4.0%, Na2O 0.2%, K2O
0.9%, weight loss on ignition 8.7%). The principal building
elements of the clay minerals are two-dimensional arrays of
siliconsoxygen tetrahedra (tetrahedral silica sheet) and that
of aluminum- or magnesium-oxygen-hydroxyl octahedra
(octahedral, alumina, or magnesia sheet). The sharing of
oxygen atoms between silica and alumina sheets results in
two-layer minerals (TO) or three-layer minerals (TOT) (20, 29).
Kaolinite is a two-layer or TO clay, whereas montmorillonite,
the predominant clay mineral in bentonite, is a three-layer
or TOT clay. Montmorillonite has the ability to absorb water
molecules in the interlayer surfaces of the clay lattice. Also,
montmorillonite has a higher cation exchange capacity than
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kaolinite. Furthermore, the two minerals differ in their BET
specific surface area, which is defined as the external surface
area per unit of mass (kaolinite: ∼9 m2/g, bentonite: ∼80
m2/g, as measured by the manufacturer). The <2 µm colloid
fractions of the clays used for hydrodynamic diameter and
zeta potential measurements were obtained by stirring 0.5 g
of clay within 50 mL deionized (DI) water for a 12-h period
at pH 7. The solution was allowed to rest for a 24 h period
before an aliquot from the supernatant was taken for
measurements (30).

The sorption behavior of MS2 and ΦX174 onto kaolinite
and bentonite was characterized at two different controlled
temperatures (4 and 25 °C), under static and dynamic batch
conditions. Control tubes, in the absence of clay, were used
to monitor virus inactivation due to factors other than
adsorption to clays (e.g., inactivation or sorption onto the
tube walls). The batch equilibration method used consists
of adding a virus stock solution into a 50 mL glass centrifuge
tube containing 0.5 g of the clay at a concentration of 10 mg
clay per mL of PBS solution (solids to solution ratio: 1 to
100). Glass tubes were used in order to minimize virus
inactivation (31, 32). Different virus stock concentrations
ranging from 103 to 109 PFU/mL were used. Each concentra-
tion was diluted from the same virus stock solution with a
low IS phosphate-buffered saline (PBS) solution at pH 7, as
suggested by various investigators (32-35). The PBS solution
was prepared with 1.2 mM NaCl, 0.027 mM KCl, and 0.010
mM phosphate buffer salts in UV-disinfected distilled water
with a specific conductance of 17.8 µS/cm. The specific
conductance of the final virus suspension was 212 µS/cm,
which corresponds to IS ≈ 2 mM. The control tubes were
treated in the same fashion as the reactor tubes. Only for the
dynamic batch experiments the reactor and control tubes
were attached to a small benchtop tube rotator. For both
static and dynamic batch experiments, samples were col-
lected every 24 h for a period of 7 days and centrifuged at
2000g (6000 rpm) for 30 min in a Cole Palmer mini
microcentrifuge. This 7 day time-period was determined to
be sufficient for the bacteriophage-clay systems to reach
equilibrium. Other studies focusing on bacteriophage sorp-
tion onto soil suggest that virus concentrations in control
tubes are consistently lower than in reactor tubes (36).

A zetasizer (Nano ZS90, Malvern Instruments, Southbor-
ough, MA) was used to measure the zeta potential and
hydrodynamic diameter of bacteriophage and clay particles
in PBS solution at pH 7 and IS ) 2 mM at 25 °C in order to
ensure that adsorption experiments were performed with
monodispersed viruses. All zeta potential and hydrodynamic
diameter measurements were obtained in triplicates.

For the quantification of the electrokinetic features (zeta
potential) of bacteriophage and clay particles over a broad
IS range (1-200 mM), the background electrolyte used was
KCl because PBS was shown to cause aggregation. Viral
aggregation in PBS has also been observed in other studies
(14, 15), and is known to influence electrokinetic measure-
ments (15, 16). Furthermore, the isoelectric point (IEP), the
pH where the electrophoretic mobility changes from positive
to negative, of MS2, ΦX174, and clay particles was determined
by diluting bacteriophage stocks and clay colloids in DI water
and varying the pH from 2.5 to 11 with 0.1 M HNO3 and 0.1
M NaOH. Note that the IEP measurements were obtained in
DI water because the pHIEP for MS2 stored in PBS is lower
than that for MS2 stored in DI water (14), probably due to
binding of phosphate to lysine on MS2 surfaces, which leads
to positively charged sites.

Theoretical Calculations
The time dependent concentration of viruses sorbed onto a
clay, C* (PFU/mg clay), was calculated by (31):

where Co (PFU/mL) is the suspended virus concentration at
time t in the control tube, C (PFU/mL) is the suspended
virus concentration at time t in the reactor tubes with a clay,
and M (mg clay/mL) is the mass of clay added per volume
of virus suspension. Note that inactivation rates for suspended
and adsorbed viruses may be different (37-41). However,
preliminary results have shown that under the experimental
conditions of this study the virus inactivation rates in the
control and reactor tubes are quite similar.

The zeta potential represents the electric potential dif-
ference between the interfacial double layer at the location
of the slipping plane and the bulk fluid away from the
interface, and customarily is denoted by the Greek letter zeta
(�).The zeta potential is measured with a zetasizer instrument,
which converts the measured electrophoretic mobility, UE,
(the velocity of a particle divided by the magnitude of the
electric field) to zeta potential by using the Smoluchowski
equation (42):

where µ is the dynamic viscosity of the suspending liquid,
and ε is the dielectric constant of the suspending liquid.

The surface potentials, Ψ, of bacteriophages and clays
are determined using measured zeta potentials (� < 60 mV)
as follows (43):

where z ≈ 3 to 5 Å is the distance between the charged particle
surface and its slipping plane, rp (Å) is the Stokes or
hydrodynamic radius of particles, and κ (1/m) is the inverse
Debye-Hückel length, which is given by (44):

where Is (mol/L) is the ionic strength, NA (1/mol) is Avogadro’s
number, e (C) is the elementary charge, kB (J/K) is the
Boltzmann constant, and T (K) is the temperature.

The intersurface potential energy equals the sum of the
van der Waals, ΦvdW, double layer, Φdl, and Born, ΦBorn,
potential energies over the separation distance, x (m),
between the approaching surfaces (25):

The ΦvdW (J) for sphere-plate interactions was calculated with
the following expression (45):

where A123 (J) is the complex Hamaker constant, and λ ≈ 10-7

m is the characteristic wavelength of the sphere-plate
interaction. This expression is quite accurate for short
distances (up to 20% of the particle radius). The complex
Hamaker constant for the interacting media (bacteriophage-
water-clay) was set to A123)7.5 × 10-21 J (46) for both ΦX174-
mineral and MS2-mineral water systems. The Φdl for sphere-
plate geometry was calculated with the expression (47):

C*(t) )
Co(t) - C(t)

M
(1)

� ) 4πµ
ε

UE (2)

Ψ ) �(1 + z
rp

)eκz (3)

κ ) [2IsNA1000e2

εε0kBT ]-1/2

(4)

Φtot(x) ) ΦvdW(x) + Φdl(x) + ΦBorn(x) (5)

ΦvdW(x) ) -
A123rv

6x [1 + (14x
λ )]-1

(6)
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where ε0 [C2/(J ·m)] is the permittivity of free space, rv (m)
is the radius of the virus, Ψv (V) is the surface potential of
the virus, and Ψc (V) is the surface potential of the clay. Note
that eq 7 is valid for surface potentials <60 mV. The ΦBorn (J)
was formulated as (44):

where σ (m) is the Born collision parameter. For the
commonly used value of σ)5 Å (44), the resulting acceptable
minimum separation distance is estimated to be x ≈ 2.5 Å,
which compares well to x ) 4-10 Å estimated by other
investigators (48, 49). Note that ΦBorn can easily be neglected
if x > 1 nm.

Results and Discussion
For each deposition kinetics experiment one equilibrium
adsorption value was obtained. The equilibrium adsorption
data from the static and dynamic experiments of virus
adsorption onto kaolinite and bentonite at two different
temperatures are shown in Figure 1 for ΦX174 and Figure
2 for MS2. The equilibrium adsorption data where fitted well
with a linear isotherm:

where Ceq (PFU/mL) the virus concentration at equilibrium,
and Kd (mL/mg sorbent) is the distribution coefficient.

Figures 1 and 2 indicate that for most of the cases
examined the adsorption of both ΦX174 and MS2 increase
with increasing temperature, except for static experiments
with ΦX174-bentonite and MS2-kaolinite, and it is higher
for dynamic than static conditions except for ΦX174-kaolinite
at 25 °C. Due to the agitation, the number of accessible sites
for attachment is much higher in dynamic than static
experiments. Agitation improves the contact of particles with
the liquid and decreases the resistance to mass transfer (50).
Therefore, attachment rates are lower for static conditions.
This finding has also been observed in previous studies (51).
Generally, hydrophobic interactions are more stable at higher
temperatures (52). Furthermore, if sorption is controlled by
partitioning of the hydrophobic part of a bacteriophage onto
a clay particle, the sorption process is expected to increase
with temperature (53). The experimental data suggest that,
with the exception of kaolinite at 25 °C in static experiments,
the adsorption onto both clays is greater for MS2 than ΦX174,
which is attributed to the higher hydrophobicity of MS2.
Furthermore, virus adsorption was higher onto bentonite
than kaolinite for both MS2 and ΦX174, with the only
exception of ΦX174 onto kaolinite at 25 °C. Note that the
bacteriophages and clays employed in this study were
negatively charged at pH 7 of the experiments. Although,
bacteriophage adsorption onto clays is often attributed to
the large surface area and high cation exchange capacity of
clays (35), in this study it is not trivial to correlate the observed
virus adsorption with clay properties. However, it has been
reported in the literature that virus adsorption onto clay
minerals and organic particulates occurs either by physical
means, as a result of van der Waals forces and hydrogen
bonding (54), or through the formation of a cation bridge
between net negatively charged viruses and net negatively
charged clay minerals (55). The mechanisms and sites of

sorption differ for different viruses and are influenced by the
anion and cation exchange capacity of the clays (7).

The zeta potential of MS2, ΦX174, kaolinite, and bentonite
stored in PBS solution (pH 7, IS ) 2 mM) were determined
to be -40.4 ( 3.7, -31.78 ( 1.25 -49.5 ( 0.75, and -29.5 (
0.8 mV, respectively. MS2 stored in PBS solution was
aggregated because its measured hydrodynamic radius was
rv ) 80.35 nm, which is much greater than the radius of an
individual MS2 particle (∼12 nm). At pH 6.0, phosphate is
expected to bind to positively charged lysine, an amino acid
residue found on MS2 surfaces (56), and link MS2 particles
together to form aggregates up to 300-400 nm (14). Also,
ΦX174 stored in PBS solution was aggregated because its
measured hydrodynamic radius was rv ) 151.3 nm, which
is much greater than the radius of an individual ΦX174
particle (∼13 nm). Aggregation of MS2 and ΦX174 has also
been observed by other investigators (12). To avoid the
possibility of biased zetasizer measurements, the use of

Φdl(x) ) πεε0rv[2ΨvΨcln(1 + e-κx

1 - e-κx) +

(Ψv
2 + Ψc

2)ln(1 - e-2κx)] (7)

ΦBorn(x) )
A123σ6

7560 [ 8rv + x

(2rv + x)7
+

6rv - x

x7 ] (8)

C* ) KdCeq (9)

FIGURE 1. Equilibrium adsorption data (isotherms) at two
different temperatures of ΦX174 onto (a, b, c, d) kaolinite and
(e, f, g, h) bentonite. The solid symbols indicate static and open
symbols dynamic conditions. Squares represent kaolinite and
triangles bentonite. The solid lines are fitted lines with slope
equal to Kd and R2 in the range 0.615-0.989.
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another method for verification of virus aggregates is
recommended.

The average particle size of kaolinite and bentonite at pH
7 was measured to be rc ) 350 and 400 nm, respectively.
Note that for pH < 4, clay particles aggregate because their
face and edge surfaces are oppositely charged, favoring the
formation of agglomerates (57).

The influence of IS on bacteriophage and clay zeta
potentials is presented in Figure 3a. For IS in the range
0.001-0.2 M at pH 7, the zeta potential of all surfaces is
negative. The zeta potential, for all surfaces except bentonite,
becomes less negative with increasing IS due to compression
of the electrostatic double layer and screening of surface
charge (58). The zeta potential of bentonite particles does
not change significantly with IS. Figure 3b shows that the
zeta potential of both kaolinite and bentonite particles
suspended in DI water were negative over the pH range
examined. Kaolinite is more sensitive to pH changes than
bentonite. These findings are consistent with those reported

by others (57, 59). The observed minor effect of IS and pH
on zeta potential for kaolinite is attributed to the cation
exchanges that occur at internal cation exchange sites in
montmorillonite, which leave most of the external pH
dependent sites unaffected. The IEP of MS2 and ΦX174 in
DI water were found pHIEP 4.1 and 4.4, respectively. The IEP
for MS2 stored in PBS (pHIEP 2.2) is lower than MS2 stored
in DI water (pHIEP 3.3), probably due to binding of phosphate
to lysine on MS2 surfaces, which creates phosphate-covered
positively charged sites (14). Note that the results in Figure
3b are based on suspensions in DI water, and they may be
somewhat different for other solutions. Nonetheless, our
experimental IEP value for MS2 compare well with reported
values of pHIEP 3.5 (16, 60, 61), and 3.8 (19). Also, our
experimental IEP value for ΦX174 is within the range of
reported values pHIEP 2.6 (12) to 6.6 (62). A feasible explanation
of this discrepancy could be the possibly different IS and
ΦX174 subpopulations. Also, the zeta potential concept was
developed for hard particles. Consequently, zeta potential
values derived from measured UE values using the Smolu-
chowski equation (eq 2) may not accurately represent the
surface potential of bacteriophages (16).

Figure 4 illustrates the total potential interaction energy
curves, according to DLVO theory, as a function of distance
between viruses and clays for the experimental conditions
(PBS solution: pH 7, IS ) 2 mM). The Φdl values were
calculated by eq 7 with Ψ evaluated by eq 3 for the measured
zeta potentials and the measured rv values (rv ) 80.35 nm for
MS2 and rv ) 151.3 nm for ΦX174), and κ evaluated by eq
4 with T ) 298 K, NA ) 6.022 × 1023 mol-1, e )-1.602 × 10-19

C, kB ) 1.381 × 10-23 J/K and A123 ) 7.5 × 10-21 J. For the
experimental conditions, the repulsive potential is high and
the total potential remains positive for long separation
distances. Clearly, this suspension is very stable and unfa-
vorable to deposition. Only at the secondary minimum (see
Figure 4 insert at x ∼ 70 nm) MS2 and ΦX174 particles can
get closer to clay particles to form clusters. Figure 4 insert
emphasizes the magnitude of the calculated secondary energy
minima and suggests that MS2 and ΦX174 are weakly

FIGURE 2. Equilibrium adsorption data (isotherms) at two
different temperatures of MS2 onto: (a, b, c, d) kaolinite, and (e,
f, g, h) bentonite. The solid symbols indicate static and open
symbols dynamic conditions. Circles represent kaolinite and
diamonds bentonite. The solid lines are fitted lines with slope
equal to Kd and R2 in the range 0.812-0.999.

FIGURE 3. Zeta potential of ΦX174, MS2, kaolinite, and
bentonite, measured in DI water as a function of (a) IS, and (b)
pH. The predicted pHIEP values for ΦX174 and MS2 are 4.1 and
4.4, respectively.
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attached onto both clays. Bacteriophage particles unable to
overcome the energy barrier may remain attached onto clays
within the secondary energy minimum unless they have
sufficient energy to escape (63-65).

Clearly, there exists unfavorable attachment (viruses
attach onto clay surfaces in the secondary energy minimum)
at pH 7 and IS ) 2 mM for MS2 and ΦX174 onto both clays
(see Figure 4). The repulsive peaks under the unfavorable
conditions are higher for MS2 (32.7 kB T) than ΦX174 (23.4
kB T) for kaolinite. For bentonite, lower energy barriers are
observed for both viruses (17.4 kBT for MS2 and 14.5 kBT for
ΦX174).

Predictions of energy barriers and secondary energy
minima are strongly dependent on the model selected for
electrostatic double layer interaction calculations. Probably,
the constant potential interaction model used in this study
does not fully capture the electrostatic double layer interac-
tions between bacteriophages and clays. Interactions between
solid surfaces in water can be described well by the DLVO
model for most systems at x g 10 nm. For smaller x values,
non-DLVO forces often yield strong interaction forces that
can prevent primary well formation when the surfaces have
the same charge. Note that viruses are soft particles comprised
of a protein coat enclosing nucleic acid, and they are not
ideal spherical particles. Therefore, DLVO theory can only
predict the qualitative trend of virus deposition onto clays.
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