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Proton, Cd, Pb, Sr, and Zn adsorption onto the fungal
species Saccharomyces cerevisiae were measured in bulk
adsorption experiments as a function of time, pH, surface:
metal ratio, and ionic strength, and we measured the
electrophoretic mobility of the cells as a function of pH.
We modeled the acid/base properties of the fungal cell wall
by invoking a nonelectrostatic surface complexation
model with four discrete surface organic acid functional
group types, with average pKa values (with 1o uncertainties)
of 3.4 + 04,50 + 0.2, 6.8 &= 0.4, and 8.9 + 0.6. The
affinity of the fungal cells for the metal ions follows the
following trend: Pb > Zn > Cd > Sr. We used the metal
adsorption data to determine site-specific stability
constants for the important metal fungal surface complexes.
Our results suggest that S. cerevisiae may represent a
novel biosorbent for the removal of heavy metal cations
from aqueous waste streams.

Introduction

Removal of heavy metals from industrial wastewater has
conventionally been accomplished through a range of abiotic
processes (I—3). However, these processes can be expensive
and not fully effective. The use of biological materials to
remove metals from industrial waste streams has received
considerable attention in the last two decades (4—8). Bio-
sorption is relatively inexpensive, non-hazardous, and may
permit recovery of the metals from the sorbing biomass (9,
10). Bacteria, algae, and fungi can each accumulate high
concentrations of heavy metal cations through passive cell
wall adsorption reactions (11—14). The metal-removal effi-
ciency of each of these types of biomass has been studied
to some extent; however, quantitative mechanistic models
for heavy metal adsorption onto fungal cells have not been
developed. Fungi have a number of advantages compared
to bacteria and algae in biosorbent remediation processes.
For example, fungi are resistant to harsh environmental
conditions such as low pH, low water activity, and low
moisture. Fungi are also known to tolerate high concentra-
tions of toxic organics such as toluene and styrene (15, 16).

The objective of this study is to develop a simplified, semi-
empirical, site-specific thermodynamic surface complexation
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model for proton and metal adsorption onto cell walls of a
well-studied fungal species. We used electrophoretic mobility,
potentiometric titration, and bulk adsorption measurements
to constrain our model of the cell wall reactivity. We employed
a semiempirical discrete-site modeling approach similar to
that taken by Westall et al. (17) to model humic acid adsorp-
tion, using our data to determine (1) the number of proton-
active site types on the fungal surface, and the concentration
and acidity constant of each type of site; (2) the kinetics and
reversibility of the important adsorption reactions; and (3)
the stoichiometries and thermodynamic stability constants
for the metal-fungal surface complexes that control heavy
metal uptake by the fungal cell wall.

Experimental Procedures

Fungal Cells. In this study, we examined the adsorptive
properties of the cell wall of Saccharomyces cerevisiae.
An inexpensive, readily available source of fungal biomass,
S. cerevisiaeis awell-studied yeast, used extensively in indus-
try, and most of the literature regarding yeast cell biology is
based on studies using this organism. Details of the growth
procedure are given in the Supporting Information.

Potentiometric Titration Experiments. The potentio-
metric titration experiments were performed using 0.001,
0.1, and 0.3 M NaClO, as the background electrolyte concen-
trations. Each suspension was first titrated to the desired
starting pH of approximately 3.0, using minute aliquots of
1.040 N HNOs. Base titrations were then performed using
aliquots of 1.005 N NaOH. Titrations were performed to a
maximum pH of 9.7 to avoid cellular damage to the fungal
cells. During each titration, the suspension reached a stability
of 0.01 mV/second drift or less, typically requiring 1—2 min,
prior to the addition of the next aliquot of acid or base. After
each addition of acid or base, pH was measured using a glass
combination electrode. Back-titrations were performed on
some suspensions (data not shown), and within experimental
uncertainty, no hysteresis was observed, indicating equili-
bration of the system under the experimental conditions.

Metal Adsorption Experiments. Cd, Zn, and Pb adsorp-
tion experiments were conducted at ionic strengths of 0.1,
0.01,and 0.001 M as a function of pH in polypropylene batch
reaction vessels, using Cd, Zn, and Pb concentrations of
8.9 x 1075, 1.5 x 1074, and 4.8 x 107° M, respectively. The
Cd and Zn experiments used 5, 10, and 15 g (wet mass)/L
S. cerevisiae; the Pb experiments involved 1 and 5 g (wet
biomass)/L. The Sr adsorption experiments, using 1.1 x 10~*
M Sr, were conducted only in 0.1 M NaClO,, with 5 g (wet
mass)/L cells.

In each set of experiments, washed fungal cells were
suspended in a metal-bearing electrolyte stock solution. The
pH of each suspension was adjusted to the desired pH value
using small volumes (<1% of the volume of each aliquot) of
0.1 M HNO; or NaOH. The reaction vessels were placed on
a rotating rack that provided gentle (30 rpm) end-over-end
agitation for 3 h. Adsorption kinetics experiments (see
Supporting Information) demonstrated that 2 h was sufficient
for adsorption equilibrium to be attained. This equilibration
time is slightly longer than is typically observed for bacterial
metal adsorption, and may be due to the increased cell wall
rigidity due to the presence of chitin in the fungal cell walls.
After the 3 h equilibration period, the equilibrium pH of the
suspension was measured, and this is the pH depicted in
Figures 3—7. The experimental suspension was centrifuged
and then filtered through a 0.45 yum nylon filter. Each filtrate
was acidified and analyzed for metal remaining in solution
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FIGURE 1. Electrophoretic mobility of S. cerevisiae as a function
of pH in 0.1 M NaClO,.
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FIGURE 2. Acid/base titration data from one of the twelve titrations

performed using S. cerevisiae. Results from the FITEQL modeling
are depicted for the best-fitting four-site model.

using inductively coupled plasma optical emission spec-
trometry (ICP—OES), with 5—8 matrix-matched standards.

Desorption and Electrophoretic Mobility Experiments.
The experimental procedures for the desorption and the
electrophoretic mobility experiments are given in the Sup-
porting Information.

Results

The measurements of the electrophoretic mobility of S. cere-
visiae cells (Figure 1) suggest that the fungal cells are neutrally
charged under low pH conditions, with increasing electro-
negativity with increasing pH over the entire pH range of
these experiments. The general shape of the electrophoretic
mobility curve is similar to that observed for bacterial cells
(18—20).

The potentiometric titration data (Figure 2) indicate that
the fungal cells exhibit a significant buffering capacity over
the entire pH range studied. The fungal cells exhibit a signif-
icantly higher buffering capacity on a per gram basis than
do algal cells, but a lower buffering capacity than bacterial
cells. For example, the fungal cells have a buffering capacity
of 1.6 x 1074 moles of H*/g (wet mass) cells over the pH
range of 3—9.7, while the algal species Pseudokirchneriella
subcapitata (14) and the bacterial species Bacillus subtilis
(19) exhibit total buffering capacities of approximately 4.2 x
1075and 3.0 x 10~*mol/g (wet mass), respectively, over a pH
range of 3—10 in 0.1 M NaClO,.

Comparing the results from the desorption and adsorption
experiments indicates that the passive uptake of Pb, Cd, and
Zn onto the fungal cells is a rapid and fully reversible process
(see Supporting Information Figures 1—3). The complete and
rapid reversibility of the sorption process further suggests

100
80
60
40
20

% Zn adsorbed

100

80

60

40

% Zn adsorbed

20

0
12 3 456 789
pH

100

80

60

40

% Zn adsorbed

20

0

1 2 3 4 5 6 7 8 9
pH

FIGURE 3. Percent Zn adsorbed by S. cerevisiae as function of pH
and ionic strength. Symbols represent measured adsorption; solid
black, broken, and solid gray curves represent the best fit models
to the 0.1, 0.01, and 0.001M data, respectively. (A) 5 g/L biomass, 1.5
x 107* M Zn; (B) 10 g/L biomass, 1.5 x 10~* M Zn; and (C) 15 g/L
biomass, 1.5 x 1074 M Zn.

that the uptake of the metal cations is a passive (non-
metabolic) reaction with the metal most likely bound exclu-
sively onto the functional groups present on the fungal cell
wall.

The metal adsorption experiments indicate that significant
concentrations of each metal can adsorb onto the fungal cell
wall, and that solution pH strongly affects the extent of metal
adsorption onto S. cerevisiae (Figures 3—6). At low pH, the
majority of functional groups are protonated, and minimal
adsorption occurs. With increasing pH, functional groups
on the cell wall deprotonate sequentially, and the extent of
cation adsorption increases correspondingly. Ionic strength
exerts no significant or consistent effect on Pb adsorption
onto the fungal cell walls (Figure 5); however, the relationship
between ionic strength and the extent of adsorption of Cd
and Zn is less well-defined. In general, Figure 3 illustrates
enhanced adsorption with decreasingionic strength, but this
relationship does not hold under all conditions studied. For
example, although Figure 3B illustrates a fairly straightforward
inverse relationship between ionic strength and Zn adsorp-
tion, Figure 3A depicts little significant difference in the extent
of Zn adsorption observed in experiments conducted in 0.1
and 0.01 M electrolytes above pH 6.5, and Figure 3C shows
no significant difference between the 0.01 and the 0.001 M
data below pH 6. Similarly, there is no significant effect of
ionic strength on the extent of Cd adsorption observed for
the two higher biomass concentrations studied (Figures 4B
and C), but a measurable effect for the lowest biomass
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FIGURE 4. Percent Cd adsorbed by S. cerevisiae as function of pH
and ionic strength. Symbols represent measured adsorption; solid
black, broken, and solid gray curves represent the best fit models
to the 0.1, 0.01, and 0.001M data, respectively. (A) 5 g/L biomass, 8.9
x 1075 M Cd; (B) 10 g/L biomass, 8.9 x 105 M Cd; (C) 15 g/L biomass,
8.9 x 1075 M Cd.

concentration (Figure 4A). The extent of metal adsorption is
also a function of the metal of interest, with adsorption
following the general order of Sr < Cd < Zn < Pb at pH = 5
(Figure 7).

Discussion

Surface Complexation Modeling Approach. We used a
surface complexation modeling approach to account for
fungal adsorption of protons and metal cations, similar to
that used by Fein et al. (21) to model bacterial adsorption.
Our electrophoretic mobility measurements suggest that the
fungal cells are dominantly negatively charged across the
pH range of interest, consistent with a model of the acidity
of surface functional groups that accounts for the surface
charge via a set of deprotonation reactions:

R—AH <R—A +H' 1)

where R and A, represent the fungal cell wall and a cell wall
functional group type, respectively. The ratio of protonated
and deprotonated functional group sites is quantified via
mass action equations, such as the follwing:

[R - A;]a}pr
K,=—— )
[R—A; H°]

5726 = ENVIRONMENTAL SCIENCE & TECHNOLOGY / VOL. 40, NO. 18, 2006

100

80 (m0.1M
A0.01M

60 < 0.001M

40

% Pb adsorbed

20

100

80

60

40

% Pb adsorbed

20

pH

FIGURE 5. Percent Pb adsorbed by S. cerevisiae as function of pH
and ionic strength. Symbols represent measured adsorption; solid
black, broken, and solid gray curves represent the best fit models
to the 0.1, 0.01, and 0.001M data, respectively. (A) 1 g/L biomass,
4.8 x 10~* M Pb; (B) 5 g/L biomass, 4.8 x 105 M Ph.
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FIGURE 6. Percent Sr adsorbed by S. cerevisiae as function of pH.
Symbols represent measured adsorption; solid black curve repre-
sents the best fit model to the 0.1 M data. Experimental conditions
are as follows: 5 g/L biomass, 1.1 x 107* M Sr.

where K, represents the acidity constant, a represents the
activity of the subscripted species, and the brackets represent
the concentration of surface sites in moles per liter of solution.
Activities of all surface species are assumed to be equal to
unity. This approach implicitly assumes that the deproto-
nation of each type of functional group, A;, can be represented
as a single deprotonation of an organic acid. Although we
have conducted experiments under a range of ionic strength
conditions, we apply a nonelectrostatic model to account
for the titration and metal adsorption data due to the lack
of a consistent ionic strength effect on the titrations or
measured extents of metal adsorption.

Potentiometric titration experiments are essentially stud-
ies of proton adsorption and desorption, yet because the
solvent contains the same element as is reacting with the
surface of interest, it is impossible to apply a traditional mass
balance approach to interpret the data. Instead, one must
define a zero proton condition for the fungal cell wall, and
account for changes in proton concentrations relative to that
condition (17, 19). We define the fully protonated fungal cell
wall to represent our zero proton condition. We use FITEQL
(22) to determine the number of types of functional groups,
A;, required to account for the observed buffering capacity
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FIGURE 7. Comparison of tendencies for each metal to adsorb onto
S.cerevisiae as a function of pH. Results from separate experimental
systems that contained one metal only under similar conditions:
0.1 M NaCl0,, with a biomass concentration of 5 g/L and metal
concentrations given in Table 2.

in the potentiometric titration data, and to solve for the initial
state of protonation in each titration, as well as for site
concentrations and acidity constants for each site type.

We represent metal adsorption as an interaction between
a divalent aqueous metal cation, M*2, and a deprotonated
fungal surface site:

M?+R—-A =R—-A—-M 3)

where R — A; — M represents a monodentate metal-fungal
surface complex involving the deprotonated form of site type
Ai. The mass action equation for Reaction 3 is as follows:

[R—A,— M']
Ky=—"—"""—
aM+2[R _Al‘ ]

(@]

where K; is the thermodynamic equilibrium constant for
Reaction 3 expressed for site type A;. Metal adsorption
measurements conducted as a function of pH constrain the
number of sites involved in metal binding, the pH range of
influence, and the stability constants for the important
metal—fungal surface complexes; and metal adsorption
experiments conducted using different concentrations of
fungal cells provide constraints on the stoichiometry of
Reaction 3. We used the program FITEQL (22) for the equi-
librium thermodynamic modeling of the metal adsorption
data, using aqueous metal hydrolyzis equilibrium constants
from Baes and Mesmer (23).

Potentiometric Titration Modeling. We attempted to fit
one-, two-, three-, four-, and five-site models to the data.
The modeling results, which are shown in Figure 2 for a
representative one of the twelve titrations, indicate that in
all 12 cases, a four-site model matches the pH dependence
of the buffering capacity significantly better than do models
with fewer sites. For each of the 12 titrations, five-site models
do not converge, indicating that the systems are over-
constrained and that the data do not support models with
five discrete functional group types. FITEQL calculates a
variance function, V(Y), for each dataset, with values closest
to 1.0 representing the best fits to the data (22). The V(Y)
value improves significantly with each additional site con-
sidered in the model, with a minimum value obtained with
the four-site model. Average V(Y) values for the 12 titrations
for the one-, two-, three-, and four-site models were 1260,
107, 9.0, and 1.3, respectively. In Table 1, we compile the
calculated pKa values and site concentrations, along with
standard deviations for the four-site model for each poten-

tiometric titration, and we show the average pKa values and
site concentrations for each ionic strength studied.

As Table 1 illustrates, the average pKa and site concen-
tration values for sites A,—A, do not vary systematically with
ionic strength. The pKa value of A; increases from 3.0 to 3.6
asionic strength increases from 0.001 to 0.1 M; however, this
increase may be due to relatively poor constraints on the
value of this acidity constant due to a lack of data at low pH
values. We used the overall averaged pKa and site concen-
tration values shown in Table 1 as a foundation for subse-
quent modeling of the metal adsorption data.

This fungal species possesses a total binding capacity
significantly smaller in magnitude to those typical of bacterial
cell walls over similar pH and ionic strength ranges (19, 24—
27). For instance, the total concentration of binding sites on
the S. cerevisiae cells is 1.40 x 10~ mol/g, compared to 3.25
x 107* and 3.51 x 10~* mol/g for gram negative bacterial
species Pseudomonas putida and Pseudomonas mendocina,
respectively (27), and compared to 3.11 x 107* mol/g for
gram-positive B. subtilis (19). Borrok et al. (26) determined
that awide range of pure strains of bacteria exhibit remarkably
similar buffering capacity, averaging 3.24 x 10~ mol/g, and
Borrok et al. (25) observed that bacterial consortia from a
range of natural environments exhibit an average buffering
capacity of 2.16 x 1074 mol/g.

Metal Adsorption Modeling. The metal adsorption data
provide constraints on the identity and thermodynamic
stabilities of the important metal—fungal surface complexes.
In our approach, we determine the goodness-of-fit of models
that involve metal adsorption onto between one and four of
the proton active sites on the fungal cell wall. We used
FITEQL’s variance parameter, V(Y), to determine the model
that best-fits the experimental data. For the Zn and Cd
systems, models that involve adsorption of the aqueous
cations onto the deprotonated forms of sites A;, A,, and As
yielded, on average, the best-fits to the experimental data;
for these systems, models involving adsorption of the cations
onto fewer than three sites, or onto other combinations of
three sites, yielded significantly worse fits. For the Pb and Sr
systems, the best-fitting models involved aqueous cation
adsorption onto deprotonated forms of sites A, and As, only.

The modeling results are depicted in Figures 3—6, and
are compiled in the Supporting Information Table S1 (for
the three-site Zn and Cd models) and Supporting Information
Table S2 (for the 2-site Pb and Sr models). In general, the
surface complexation models provide excellent fits to the
experimental data. The calculated values of the binding
constants do not change systematically as a function of cell
concentration, suggesting that the proposed 1:1 metal:
functional group stoichiometry is consistent with the data.
Hence, we average the values that are derived from experi-
ments conducted at each cell concentration, and present
these values in Table 2 as a function of ionic strength. The
log Kvalues for each metal-functional group complex studied
here exhibit no systematic dependence on ionic strength,
and we conclude that a model that ignores ionic strength
effects on metal adsorption onto the fungal cell wall provides
a reasonable fit to the observed adsorption behavior over
the ionic strength range of 0.001—0.1 M. Clearly, this simpli-
fied modeling approach has benefits and limitations. These
nonelectrostatic models cannot capture the nuances of the
complex effects of ionic strength on the extent of cell wall
adsorption. Furthermore, itis likely that modeling the adsorp-
tion reactivity of the fungal cell wall with three simple discrete
site types is an oversimplification of the molecular-scale
complexities that exist on the fungal surface. However, this
simplified surface complexation approach provides a good
fit to the available experimental data. The magnitude of the
ionic strength effect over typical environmentally relevant
ionic strength conditions is smaller than the effects of pH
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TABLE 1. Calculated Proton Binding Constants and Functional Group Site Concentrations for S. Cerevisiae at lonic Strengths of

0.001, 0.1, and 0.3 M

proton binding
stability constants (pKa)?

functional group site concentrations (mol/wet gram)

ionic strength pK1 pK2 pK3 pK4 site Aq

0.001 M 29 4.9 6.4 8.3 2.6 x 107°
0.001 M 3.1 5.3 7.4 9.6 2.1 x 107°
0.001 M 2.9 4.9 6.4 8.1 2.5 x 107°
.001 M averages 3.0 5.0 6.6 8.4 24 x10°5
std. dev .001M 0.1 0.2 0.6 08 28x 106
0.1M 3.7 5.1 7.2 9.7 1.3 x 1075
0.1M 3.9 5.1 7.3 9.6 1.2 x 1075
0.1M 3.7 5.1 7.4 9.5 1.9 x 1075
0.1M 3.8 5.3 7.0 9.0 3.0 x 107°
0.1 M 3.3 4.9 6.8 8.6 3.1x 107
0.1M 3.3 4.8 6.5 8.8 4.4 x 10°°
0.1 M averages 3.6 5.0 6.9 9.0 25x 1075
std. dev 0.1TM 0.3 0.2 0.3 0.5 1.2x 1005
0.3 M 3.9 5.4 7.2 9.1 3.5 x10°®
0.3 M 3.6 5.2 6.9 8.9 3.1 x 107°
0.3 M 35 5.0 6.5 8.3 4.8 x 107°
0.3 M averages 3.6 5.2 6.8 8.6 3.8 x1075
Std. Dev 0.3 M 0.2 0.2 0.4 0.4 87x 106
overall averages 3.4 5.0 6.8 8.9 28 x 1075
overall std. Devs. 0.4 0.2 0.4 0.6 1.1x 1005

site Az site A3 site Ay total sites  V(Y)
7.0x 108 52x 106 1.2x10° 0.5 x 1074 1.2
79%x10% 16x105 09x10° 0.6x10* 0.2
72x10% 92x10°% 1.1x105% 05x10* 1.0
74x106 10x105 11x105 05x104 0.8
43x 1007 56x 106 15x106 20x 106 0.52
1.7x10% 57x10° 96x10° 18x10* 1.6
1.0x 105 63x10° 97x10° 1.8x10* 24
1.8 x 107° 5.4 x 1075 9.5 x 107°® 1.9 x 1074 1.1
27 x107% 27x10% 59x10° 1.4x10* 1.4
37x10% 32x10°% 50x105% 15x10* 1.9
5.1x 105 3.6x10° 4.2x10° 1.7 x 1004 1.1
27x105 41x105 73x105 17x104 1.6
1.5x 1056 14x 105 26x 105 18x 105 0.5
30x 105 28x105 7.8x10° 1.7 x10°* 1.1
28x 105 37x10°% 7.9x10° 1.8 x 1074 1.1
45x10° 38x10% 6.4x10° 19x10* 1.2
34x105 34x105 74x105 18x104 1.1
93x 106 52x 106 85x 106 13x 105 0.1
24x105 31x105 58x105 1.4x 104 13
1.5x 10056 1.6x 105 33x 105 56x 105 0.5

2 pKa refers to the negative logarithm of the acidity constant for each site (eq 2).

TABLE 2. Average Surface Complexation Constants' for Zn, Cd,
Ph, and Sr Adsorption Onto S. Cerevisiae

averages for 1 and

metal 5 g/L biomass Log K1 Log K> Log K3
4.8 x 10°°M ave. value for 0.1 M - 6.50 6.50
Pb ave. value for 0.01 M - 5.85 6.17

ave. value for 0.001T M - 5.85 6.42
average of the above 6.23 6.42
three values

averages for 5, 10, and
15 g/L biomass
1.5 x 1074 M ave. value for 0.1 M 3.48 350 4.86
Zn ave. value for 0.01 M 3.04 4.27 4.70
ave. value for 0.001M 3.46 3.72 5.82
average of the above 3.39 398 5.42
three values
8.9 x 107°°M ave. value for 0.1 M 3.29 4.10 4.55
Cd ave. value for 0.01 M 3.08 394 458
ave. value for 0.001 M 3.50 3.11 4.45
average of the above 3.29 392 454
three values
1.1x107*M 0.1M 3.63 3.04
Sr
2 K;refers to the equilibrium constant for the metal binding reaction
involving site A, as defined by eq 4 in text.

and the metal:ligand concentration ratio on the extent of
adsorption. When modeling complex systems in which a high
degree of uncertainty exists with regard to fungal cell wall
site concentrations, cell distribution, etc., the elevated uncer-
tainties introduced by neglecting ionic strength effects are
small compared to inherent uncertainties associated with
modeling such heterogeneous systems, and this simplified
modeling approach may be useful. For more homogeneous
systems, such as engineered bioreactors, however, in which
cell concentrations and fluid compositions can be more
precisely determined, it may be possible to more accurately
capture the ionic strength effects using K values specific to
specific conditions of interest.

The values of the stability constants for the important
metal—fungal surface complexes determined in our study
are significantly higher than analogous metal—surface com-
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plexes observed for bacterial and algal cells (14, 28). For
example, the log stability constants for metal-site A, fungal
surface complexes (3.6, 3.9, 4.0, and 6.2 for Sr, Cd, Zn, and
Pb, respectively) are 0.5—2.0 log units greater than the
corresponding values for bacteria metal-site A, surface com-
plexes. Although the individual fungal sites appear to form
more stable metal surface complexes than are present on
bacterial and algal cell walls, the surface site concentration
on the fungal cell wall is significantly lower than is found on
bacterial cell walls and about equal to that found on algal
cell walls (14, 19). These two effects tend to cancel each other
out, and our thermodynamic modeling suggests that S. cere-
visiae cells exhibit broadly similar metal binding capabilities
to bacterial cells, and a greater capacity to adsorb metal than
algal cells. Therefore, fungal cell wall adsorption of aqueous
metals is likely to be at least as efficient as bacterial and algal
adsorption in remediation strategies. The calculated stability
constants from this study for the important metal—fungal
surface complexes successfully account for the observed
effects of pH, fluid composition, and cell concentration on
the binding efficiency of fungal suspensions under the
experimental conditions. Our results indicate that S. cerevisiae
may represent an effective biosorbent for the removal of
heavy metals from wastewater streams, and the thermody-
namic results from this study can be used to guide and
optimize pilot-scale experiments that could enable the
commercial exploitation of S. cerevisiae or similar fungal
species as metal biosorbents.
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