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Cd(II) Sorption on Montmorillonite-
Humic acid-Bacteria Composites
Huihui Du1,2, Wenli Chen1, Peng Cai1,2, Xingmin Rong1,2, Ke Dai1,2, Caroline L. Peacock3 & 
Qiaoyun Huang1,2

Soil components (e.g., clays, bacteria and humic substances) are known to produce mineral-organic 
composites in natural systems. Herein, batch sorption isotherms, isothermal titration calorimetry (ITC), 
and Cd K-edge EXAFS spectroscopy were applied to investigate the binding characteristics of Cd on 
montmorillonite(Mont)-humic acid(HA)-bacteria composites. Additive sorption and non-additive Cd(II) 
sorption behaviour is observed for the binary Mont-bacteria and ternary Mont-HA-bacteria composite, 
respectively. Specifically, in the ternary composite, the coexistence of HA and bacteria inhibits Cd 
adsorption, suggesting a “blocking effect” between humic acid and bacterial cells. Large positive 
entropies (68.1 ~ 114.4 J/mol/K), and linear combination fitting of the EXAFS spectra for Cd adsorbed 
onto Mont-bacteria and Mont-HA-bacteria composites, demonstrate that Cd is mostly bound to 
bacterial surface functional groups by forming inner-sphere complexes. All our results together support 
the assertion that there is a degree of site masking in the ternary clay mineral-humic acid-bacteria 
composite. Because of this, in the ternary composite, Cd preferentially binds to the higher affinity 
components-i.e., the bacteria.

Soils are complex systems possessing a very high metal-binding capacity, primarily owing to various surface reac-
tive solid particles such as minerals, bacteria and humic substances1–6. These components interact with each other 
to form composites that influence the chemical behaviour of heavy metals differently compared to the isolated 
end-member phases7–10. Understanding the speciation and distribution of trace metals in complex systems (clay 
minerals/bacteria/humic substances) is crucial in predicting the mobility, bioavailability and toxicity of heavy 
metals in natural soils and associated environments.

Clay minerals can sorb notable quantities of a variety of heavy metals in geologic systems due to their large 
specific surface areas, reactive surface properties and high cationic exchange capacities11,12. Previous work shows 
that Cd ions mainly form outer-sphere complexes on the permanently charged sites of montmorillonite13, and 
inner-sphere surface complexes on the variable charged edge sites (≡ SOH) at pH >  714. Bacterial cells provide 
a significant reactive surface for heavy metal adsorption due to the abundance of anionic functional groups of 
carboxyl, amine, hydroxyl, phosphoryl, and sulfhydryl15–17. Humic acid (HA), being a component of natural soil, 
is also capable of binding significant amounts of heavy metals as a result of the phenolic, carboxylic acid and qui-
none groups present in its structure18,19.

In soils and sediments, minerals are commonly found spatially associated with organic substances via hydro-
gen bonding, Van der Waals forces, electrostatic interaction, covalent bonding20,21. The physical and chemical 
properties of the mineral-organic composites differ remarkably from their single component end-members, 
particularly in terms of electrical double layer properties, surface charges and the types and amounts of func-
tional groups available for metal adsorption9,10,22. It has been reported that mineral-organic complexes have 
metal adsorption properties quite different from pure minerals. For instance, Wu et al.23 find that maximum 
sorption of Cd on humic acid-modified Ca-montmorillonite increased by 19.2% compared to adsorption on 
pure clay end-member. Zhu et al.24 report that the initial rates and capacities for the sorption of Cu and Cr on 
goethite-B. thuringiensis complexes are greater than pure goethite. Generally, composites sorbents display sorp-
tion behaviour that is either additive or non-additive, i.e., the composite adsorption behaviour is either the sum 
of the individual end-member metal adsorptivities (the additivity rule), or it is not. To date most studies report 
non-additive adsorption behaviour for heavy metals in mineral-organic composite systems. There is, however, 
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no singly adopted explanation for this behaviour. For example, Small et al.25 report that the maximum sorption 
of Sr2+ on amorphous hydrous ferric oxide (HFO)-S. alga composites (0.034 mmol/g) is less than the combined 
sorption of the two end-member components (0.041 mmol/g), suggesting non-additive adsorption, and explain 
this as a result of surface site masking when HFO and bacteria are associated together in a composite. In contrast, 
Chen et al.26 observe that the nonliving cells-goethite composite retain 82% more Zn than that predicted by their 
individual behaviour, which is due to that previously unexposed sites become available with certain nonliving 
cell-goethite combination. Similarly, Fang et al.27 show that montmorillonite-P. putida composites provide more 
reactive sites than pure montmorillonite, with the measured maximum adsorption of Cu(II) on the composites 
42.5% larger than the predicted value. Recent works by Moon and Peacock9,10 suggest that heavy metal adsorption 
behaviour on mineral-organic composites is in fact a function of the fraction of organic material in the composite 
and the affinity of the heavy metal for organic binding. They show that when iron (hydr)oxide-organic composites 
are dominated by organic material, and adsorption involves heavy metals with high affinity for organic complex-
ation, adsorption behaviour deviates most strongly from additivity. They attribute this to a change in the surface 
charge of the composites compared to the isolated end-member phases: specifically, in organic-dominated iron 
(hydr)oxide composites, and below the mineral point of zero charge (pHPZC), the positive charge of the mineral 
is dampened in the presence of the organic while the negative charge of the organic is dampened in the presence 
of the mineral. This results in enhanced cation adsorption in the mid-high pH regime where adsorption to the 
mineral fraction dominates, and reduced cation adsorption in the mid-low pH regime where adsorption to the 
organic fraction dominates, compared to the adsorption expected based on additivity9.

Although a number of studies investigating the adsorption behaviour of metal ions on binary mineral-organic 
composites have been conducted, knowledge on the adsorption characteristics of heavy metals to ternary 
mineral-humic acid-bacteria composite is quite limited. Therefore, the binding behavior of Cd(II) was inves-
tigated in complex systems containing montmorillonite, Pseudomonas putida bacterial cells and humic acid 
(HA) using batch sorption isotherms, isothermal titration calorimetry (ITC) and extended X-ray absorption 
fine-structure (EXAFS) spectroscopy. We determine the partitioning behaviour and thermodynamic binding 
mechanisms of Cd on end-member clay mineral, bacteria, on binary clay mineral-bacteria and clay mineral-HA 
composites and finally on ternary clay mineral-humic acid-bacteria composite. Our new insight into the spe-
ciation and distribution of Cd at the mineral-humic acid-bacteria interface, provides a more comprehensive 
understanding of the effect of component interaction on the sorption processes of heavy metals, and thus the 
biogeochemical cycling and ultimate fate of contaminants in natural soils and sediments.

Results
Adsorption of Cd. The adsorption isotherms of Cd on the different adsorbents are presented in Fig. 1. The 
adsorption data conform to the Langmuir equation (p <  0.01, Table 1). Of all the systems studied, Mont and bac-
teria show the lowest and highest Cd adsorption capacities, respectively (Langmuir parameter Xm =  73.5 mmol 
Cd/kg and 185.0 mmol Cd/kg, respectively). The binary and ternary composites show Cd adsorption capacities 
(Xm) that are intermediate to Mont and bacteria, ranging from 78.2 (Mont-HA) to 125.9 mmol Cd/kg (Mont-
bacteria). For Mont-HA, the presence of humic acid leads to a relatively small increase in Cd adsorption capacity 
compared to pure Mont (from Xm =  73.5 mmol Cd/kg to 78.2 mmol Cd/kg, Table 1). The equilibrium constant 
for Cd adsorption to Mont-HA (Langmuir parameter K, Table 1) is significantly larger than that for Cd adsorp-
tion to Mont, indicating a higher binding affinity between Cd and the Mont-HA composite. For Mont-bacteria 
however, the presence of bacteria leads to a substantial increase (~70%) in Cd adsorption compared to pure Mont 
(from Xm =  73.5 mmol Cd/kg to 125.9 mmol Cd/kg, Table 1). The predicted value for Cd adsorption on Mont-
bacteria, assuming additivity of the end-member adsorptivities of Mont and bacteria, is 129.2 mmol Cd/kg, which 
is close to the measured value. For the ternary Mont-HA-bacteria composite, the Cd adsorption capacity (Xm) 
is 87.2 mmol Cd/kg; thus somewhat greater than Mont-HA, but significantly less than Mont-bacteria. Hererin, 
we use Mont-HA and bacteria as end-members to predict the adsorptivities of the ternary Mont-HA-bacteria 

Figure 1. Sorption isotherms of Cd (II) on montmorillonite (Mont), bacteria (P. p), Mont-P. p, Mont-HA, 
and Mont-HA-P. p composites in the presence of 0.01 mol/L KNO3 at pH 5 and 28 °C. 
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composites, and we observe that the measured Cd adsorption capacity for Mont-HA-bacteria is significantly less 
than the predicted value (131.6 mmol Cd/kg), assuming non-additivity of the ternary Mont-HA-bacteria. Indeed, 
the isothermal curves for the binary & ternary composites are intermediate to the Mont and bacteria, and that 
the adsorption capacities increase in the composites compared to the pure Mont, suggesting that Cd is binding to 
both the mineral and HA and (or) bacteria components in the composites.

Thermodynamic parameters. In the experiments to measure the thermodynamic parameters, the reac-
tion between Cd2+ and each adsorbent involves two processes: (1) the dilution of Cd2+ and the adsorbent in the 
experimental solution with a continuous titration of Cd2+ and (2) the binding between Cd2+ and the adsorbent. 
In this study, the background calorific effect of the dilution was corrected by using the background electrolyte 
(0.01 mol/L KNO3).

The solid-line curves in Fig. 2 depict the raw calorimetry data for Cd adsorption on the different adsorbents. 
Adsorption of Cd on Mont and Mont-HA composite is an exothermic process with Δ H values of − 10.2 kJ/
mol and − 8.1 kJ/mol (Table 2), respectively. In agreement with the isotherm results, the calculated thermody-
namic affinity (K, Table 2) indicates a higher binding affinity of Cd towards Mont-HA than Mont despite a lower 
enthalpy for Mont-HA (− 2.1 kJ/mol). For bacteria, Mont-bacteria and Mont-HA-bacteria, positive Δ H values 
are recorded after each titration. The total heat changes of the three systems follows the order: bacteria (24.9  kJ/
mol) >  Mont-HA-bacteria (20.2  kJ/mol) >  Mont-bacteria (10.2  kJ/mol). In agreement with the isotherm results, 
the positive Δ H values for the Mont-bacteria and Mont-HA-bacteria composites suggest that the interaction 
between Cd and bacteria contributes to the majority of the adsorption enthalpies of Cd on these composites.

Entropy measurements can provide further information about the coordination environment of complexed 
metals at adsorbent surfaces, e.g., outer sphere versus inner-sphere complexation28. Inner-sphere complexes have 
positive entropies because of the displacement of water molecules from the surface adsorption sites29. Table 2 
shows that the entropy of Cd adsorption on Mont is negative (− 14.7 J/mol/K), indicative of outer-sphere adsorp-
tion. Similar outer-sphere Cd-complex on pure montmorillonite is also confirmed by EXAFS data at pH ≈  513. 
However, the entropy for Cd adsorption on Mont-HA is slightly positive (9.8 J/mol/K), indicative of inner-sphere 
adsorption. A previous study shows that Cd mainly form inner-sphere complexes on dissolved organic matter 
(DOM)30. Because HA has similar molecule structure and functional groups with DOM, the positive entropies for 
Cd adsorption on Mont-HA is the result of the formation of inner-sphere Cd-complexes on HA moiety. In agree-
ment with the isotherm results, this suggests that Cd binds to both the Mont and HA component of the Mont-HA 
composite, and that, despite the relatively small increase in Cd adsorption capacity (Xm, Table 1), HA does indeed 
provide a high affinity site for Cd binding (K, Tables 1 and 2), resulting in an overall entropy measurement for the 
Mont-HA composite that is modified from a negative to a slightly positive value.

The entropies for Cd adsorption on bacteria, Mont-bacteria and Mont-HA-bacteria are highly positive (114.4, 
68.1 and 99.6 J/mol/K, respectively), indicative of inner-sphere adsorption. To date, inner-sphere adsorption of 
metals to different ligands such as carboxyl, phosphoryl and phenolic hydroxyl groups on bacterial cell walls6,31, 
and in mineral-bacteria composites10 has been reported in the literature. In agreement with the isotherm results, 
this suggests that Cd binds to both the Mont and bacteria component of the Mont-bacteria and Mont-HA-bacteria 
composites, and that, for Mont-bacteria, due to the relatively large increase in entropy compared to pure Mont, 
and for Mont-HA-bacteria, due to the relatively large increase in entropy compared to pure Mont and Mont-HA, 
Cd binding to the bacterial component accounts for a significant fraction of the Cd adsorbed.

Although the exact K values derived from the adsorption isotherms and from the calorime-
try are not completely consistent with each other, they are both in the following order of bacte-
ria >  Mont-HA-bacteria >  Mont-bacteria >  Mont-HA >  Mont, indicating a higher binding affinity for bacterial 
component. The negative values of the Gibbs free energy variations (− 5.8 to − 11.06 kJ/mol) in Table 2 confirm 
the feasibility of the adsorption processes and spontaneous nature of Cd adsorption on these adsorbents. By 
comparing |TΔ S| and |Δ H| values, the thermodynamic driving force of the metal-solid surface reactions can be 
obtained. For Mont and Mont-HA, |TΔ S| <  |Δ H|, indicating that the adsorption reactions of Cd are enthalpi-
cally driven. For bacteria, Mont-bacteria and Mont-HA-bacteria, T|Δ S| >  |Δ H|, indicating that the adsorption 
reactions are entropically driven.

Extended X-ray absorption fine structure spectroscopy and linear combination fitting. Linear 
combination fitting (LCF) procedure has been successfully employed to quantify the partitioning of metal 
adsorption on bacteria-mineral composites9,22. Hererin, we first attempt to expand this approach from 
binary mineral-bacteria composite to ternary mineral-HA-bacteria composite. This approach is based on the 

Xm
a (mmol/kg)  Kb (L/mol) R2

Mont 73.5 0.0094 0.98

Bacteria 185.0 0.0267 0.99

Mont-bacteria 125.9 0.0201 0.99

Mont-HA 78.2 0.0154 0.96

Mont-HA-bacteria 87.2 0.0237 0.98

Table 1.  Langmuir parameters for the adsorption of Cd to defferent systems in the presence of 0.01 mol/L 
KNO3 at pH 5 and 28 °C. The mass ratio of each fraction in the binary and ternary composites is 1: 0.02: 1 
for Mont: HA: bacteria (dry-weight basis). aMaximum capacity of Cd adsorption on different components as 
predicted by Langmuir isotherm. bEquilibrium constant related to the binding energy.
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intermediate adsorption behavior of metals between the end-member component. In this study, the adsorp-
tion experiments show that Cd adsorption capacity to the ternary composites seems to be intermediate to Cd 
adsorption on the end members (isotherms). Moreover, the calorimetric results also suggest that Cd likely binds 
to both components in the ternary composite according to the intermediate entropies (99.6 J/mol/K) between 
Mont-HA (9.8 J/mol/K) and bacteria (114.4 J/mol/K). Consequently, it appears that we can use LCF to obtain 
the partitioning data of Cd in Mont-HA-bacteria systems. The model Cd K-edge (EXAFS) spectra of Mont, P. 
putida and HA after adsorbing Cd are shown in Fig. 3a. The first and second oscillations of the three spectra show 
no much difference, which is due to the same first coordination shell atoms, i.e., O atoms, seen eleswhere13,32,33. 
A few differences are pronounced at k-values of 6–10 Å−1. The fourth oscillation for Cd-P. putida and the third 
oscillation for Cd-HA phase shift to higher k values. The amplitude of the third and fourth oscillations for 
Cd-Mont are larger than the other two spectra. To assess the partitioning of Cd between the different compo-
nents in the binary Mont-bacteria and Mont-HA composites, linear combination fitting (LCF) using the model 
spectra (Cd-Mont, Cd-bacteria and Cd-HA) was employed to fit each sample spectrum, using the appropriate 
2-component end-member spectra. To assess the partitioning of Cd in the ternary Mont-HA-bacteria composites, 
linear combination fitting (LCF) using the model spectra (Cd-Mont, Cd-HA and Cd-bacteria) was employed to 
fit the sample spectrum, using the appropriate 3-component end-member spectra. The fitting results of the binary 
Mont-bacteria, Mont-HA and the ternay Mont-HA-bacteria composites are displayed as dotted lines (red) in 
Fig. 3b (fit parameters Table 3). The goodness of the fits is indicated by the R-factor (where residuals ≤ 0.1 indicate 
a good fit).

For Mont-HA, Cd adsorption to the montmorillonite component of the composite, as represented by the 
Cd-Mont model spectrum, accounts for the majority (~83 ±  3%, R-factor =  0.03) of the Cd adsorption. Although 
the mass ratio of HA in Mont-HA is small (~2%), a significant amount of Cd (~17 ±  3%) is bound to the HA frac-
tion. In agreement with our previous results, this result indicates that humic acid molecules provide a high-affinity 
binding environment for Cd. For Mont-bacteria, Cd adsorption to the bacterial component of the composite, as 

Figure 2. The power-time curves for Cd (II) titration to montmorillonite (Mont), bacteria (P. p), Mont-P. p, 
Mont-HA, and Mont-HA-P. p composites in the presence of 0.01 mol/L KNO3 at pH 5 and 28 °C. 

K (L/mol) Δ G (kJ/mol) Δ H (kJ/mol) Δ S (J/mol/K) R2

Mont 0.010 − 5.8 − 10.2 − 14.7 0.995

Bacteria 0.025 − 9.2 24.9 114.4 0.987

Mont-bacteria 0.016 − 10.3 10.2 68.1 0.962

Mont-HA 0.012 − 11.06 − 8.1 9.8 0.952

Mont-HA-bacteria 0.020 − 9.8 20.2 99.6 0.974

Table 2. Thermodynamics parameters for the adsorption of Cd on different components in the presence of 
0.01 mol/L KNO3 at pH 5 and 28 °C.
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represented by the Cd-bacteria model spectrum, accounts for the majority (~68 ±  2%, R-factor =  0.1) of the Cd 
adsorption. From linear additivity assumption, the percentage of Cd bound to the bacterial component should 
be ~71%, thus the results derived from the spectrum are quite similar to those calculated from linear additivity. 
For Mont-HA-bacteria, Cd adsorption to the bacterial component of the composite accounts for the majority 
(~76 ±  2%, R-factor =  0.04) of the Cd adsorption, with a lesser but significant adsorption to Mont (~21 ±  2%) and 
a very limited adsorption to HA (~3 ±  1%). All the fitting results suggest that the majority of Cd is associated with 
the bacterial component in Mont-bacteria and Mont-HA-bacteria. Specifically, in the ternary composite, more Cd 
is bound to bacterial surface compared to that on the binary Mont-bacteria composite.

The linear combination fitting results for the binary & ternary composites agree well with the isotherm and cal-
orimetric results. For Mont-bacteria and, Mont-HA-bacteria, the adsorption capacity combined with the highly 
positive entropies demonstrate that bacteria dominate Cd adsorption on these composites. Although the mass 
fraction of bacteria in the binary Mont-bacteria and ternary composites do not change a lot, the bacteria-bound 
Cd increase from 68% in Mont-bacteria to ~76% in Mont-HA-bacteria. This result suggests that bacteria appear 
to prove a higher affinity binding environments for Cd in the ternary composite. All our results together support 
the assertion that there is a degree of site masking in the ternary composite. Because of this, in the ternary com-
posite, Cd preferentially binds to the higher affinity components-i.e., the bacteria.

Discussions
Our results show additive sorption behaviour of the binary clay mineral-bacteria composites for Cd, i.e., the 
measured maximum adsorption capacity (126.0 mmol/kg) is close to the predicted value (129.2 mmol/kg) cal-
culated by the sum of the individual end-member metal sorptivities. Contrary to iron (hydr)oxide-bacteria 
composites which exhibit non-additive sorption behavior for metals9,25,34 due to a proportion of masking sites 
between the bacterial cells and the (hydr)oxide particles, it appears that no “blocking effect” occurs between the 
end-member of montmorillonite particles and bacterial cells in the binary composite. This result is probably due 
to the loose association between phyllosilicates and bacteria, since they are both negatively charged in general 
conditions35. Stronger repulsion may occur between the intact cells and montmorillonite particles due to the 
electrostatic energy barrier36. Previous work by Fang et al.27 observed an increase of the binding capacity for 
Cu(II) by B. thuringiensis or P. putida-montmorillonite composites which was assigned to the bridging struc-
tures of Cu(II) between both negatively charged mineral and bacterial surface. Similar bridging mechanism was 
proposed by Walker et al.37 for Cu2+ and Pb2+ adsorption on Escherichia coli cell envelopes-kaolinite composite. 
In this study, we did not observe this increase of sorption capacity for Cd(II) on montmorillonite-bacteria com-
posites. The discrepancy between the current observation and those studies may result from the difference in the 

Figure 3. (a) k3-Weighted normalized Cd K-edge EXAFS spectra for montmorillonite (Mont), bacteria (P. p) 
and HA after adsorbing Cd in the presence of 0.01 mol/L KNO3 at pH 5 and 28 °C. (b) Normalized Cd K-edge 
k3-weighted EXAFS spectra of Mont-bacteria, Mont-HA and Mont-HA-bacteria composites after adsorbing 
Cd in the presence of 0.01 mol/L KNO3 at pH 5 and 28 °C. Dotted lines (red) display the best 2-component or 
3-component linear combination fitting of the reference spectra. The fitting results are displayed in Table 3.

Composites

End-member for LCF

Mont % HA % Bacteria % Total % R-factor

Mont-bacteria 32 (2.1) 68 (2.1) 100 0.1

Mont-HA 83 (2.8) 17 (2.8) 100 0.03

Mont-HA-bacteria 21 (2.3) 3 (1) 76 (2.3) 100 0.04

Table 3. Summary of the percentage contribution of different components for Cd binding in the binary 
Mont-bacteria, Mont-HA and ternary Mont-HA-bacteria composites using best fit linear combination 
analysis for the different composites (chi (k) = 2.3–10 Å−1).
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physiological state of the bacterial cells. In this study, the cells of P. putida are fresh throughout the experimental 
processes. In contrast, researches by Fang et al.27 and Walker et al.37 used broken or incomplete bacterial cells 
which had been autoclaved at 121 °C or degraded by DNase and RNase. After these treatments, bacterial cells will 
crack into large molecule or polymers, e.g., lipopolysaccharide, peptidoglycan, protein and phospholipids. These 
substances are easier than the intact bacterial cells to bind with mineral surface via a variety of mechanisms. In 
addition, Cd hydrolyzes less readily and the hydrated ionic radius is larger than Cu and Pb, hence is less likely to 
interact with the sorbent surface. Consequently, it is hard for Cd ions to bridge between the two components in 
the mineral-bacteria composite.

In terms of the ternary Mont-HA-bacteria, we observed non-additive sorption behaviour of the ternary 
composite for Cd, i.e., the measured maximum adsorption capacity (87.2 mmol/kg) is much less than the pre-
dicted value (131.6 mmol/kg), indicating a “blocking effect” in the ternary complexes. In the present study, 
montmorillonite is first modified by humic acid, and then the Mont-HA complex is mixed with the bacteria. 
Although the modification of HA does not lead to a large increase in Cd adsorption, it does provide new high 
affinity sites based on the K values (affinity) observed in isothermal adsorption and ITC results. Entropies of Cd 
adsorption to Mont-HA further provide evidences for the formation of these new sites. Contrast to pure Mont  
(− 14.7 J/mol/K), entropies of the Mont-HA after adsorbing Cd is positive (9.8 J/mol/K). It is likely that the pos-
itive entropies of mineral-HA system is the result of the binding of Cd to the new sites created when the HA 
molecules are adsorbed to the mineral surface. Based on the sorptivities for the mineral-bacteria and mineral-HA 
composites, we may conclude that the blocking of surface adsorption sites on the ternary composites are mainly 
attributed to the interaction between bacteria and the adsorbed humic acid on mineral surface. The surface com-
plexation reactions between humic acid and bacteria has been extensively documented, e.g., X-H(L) +  R-COOH 
↔  R-COOH–H(L)-X (X, R and H(L) represent humic acid, bacteria and any proton-active organic functional 
group, respectively)38,39. Here, in the ternary composites, the new sites on mineral-bound HA may be associ-
ated with bacterial functional groups through these surface complexation reactions, resulting in the decrease of 
surface reactive sites. These results suggest that HA acts as bridging between the mineral and bacterial cells. On 
one hand, coating of humic acid increases the reactive adsorption sites on mineral surface with less clean alu-
minosilicate surface. On the other hand, humic acid blocks the bacterial functional groups (vice versa) through 
site-specific reactions. Consequently, the surface reactive adsorption sites of the ternary composite is dependent 
on the intensities of these effects. Based on the above analysis, it seems that the “blocking effect” between bacteria 
and mineral-bound HA is more important in affecting the immobilization of Cd on the ternary composite.

Linear combination fitting of the EXAFS spectra and ITC results provide more detailed information on the 
distribution of Cd in the complexes due to the component interactions. For Mont-bacteria, Cd sorption to the 
bacterial fractions is 68%, while this percentage increases to 76% in the ternary Mont-HA-bacteria composite. 
These results suggest that humic acid significantly change the distribution between the mineral and bacterial frac-
tions, i.e., promoting the combination of Cd to bacterial surface. This tendency can be verified by the thermody-
namic parameters. Larger entropies for the adsorption of Cd on the ternary composites (99.6 J/mol/K) than that 
on the mineral-bacteria composite (68.1 J/mol/K) demonstrate the formation of more inner-sphere complexes 
on bacterial cell walls. In addition, higher thermodynamic affinity is observed for Cd on the ternary system (K, 
0.2 L/mol) as compared to the binary mineral-bacteria composite (0.016 L/mol). The ternary composite displays a 
similar binding affinity for Cd as that of pure bacteria system (0.25 L/mol). Based on the LCF and ITC results, one 
may conclude that Cd is more inclined to associate with bacterial fraction due to the component interactions in 
the ternary composite at the studied pH 5. The work by Moon and Peacock10 show that Cu mobility in the binary 
ferrihydrite-Bacillus subtilis composite is controlled by sorption onto carboxyl groups of bacteria cell walls at 
pH <  5. Templeton et al.22 report that at least 50% of the total sorbed Pb is associated with the biofilm component 
in the Buirkholderia cepacia/Goethite composite at pH <  5.5. The vital role of bacteria in the binding of trace 
metals at the mineral-bacteria interfaces is highlighted. Here, our new findings indicate that the predominant 
role of bacterial fraction on the distribution of Cd is not changed despite the presence of HA alters the properties 
of the ternary composite. The above results demonstrate the universal importance of bacteria in governing the 
binding characteristics and distribution of heavy metals to and between multi-component interfaces containing 
mineral, bacteria and humic acid at mid-low pH. Despite the high mass ratio of the bacterial fractions in the com-
posites (~50%), the preferential sorption of Cd(II) to the biofilm at low pH is mainly due to the lower pKa values 
expected for the bacterial surface functional groups22. However, further studies should investigate how mass ratio 
changes of the components affect the immobilization and distribution of heavy metals on ternary composites.

This study still have important implications for understanding the chemical behaviors of heavy metals in 
particular circumstances, such as rhizosphere or bacterial clay authigenesis dominated sediments, where a much 
significant proportion of bacteria might be associated with phyllosilicates and/or abiotic natural orgnic mat-
ters, cadmium is selectively immobilized by bacterial communities in the complexes of various components at 
mid-low pH. The potential releases and activities of Cd will be reduced owing to the formation of highly stable 
complexes, e.g., Cd-carboxyl and Cd-sulphydryl on bacterial cell walls40,41. These pH regimes are directly relevant 
to acid soils, acid mine drainage environments and blackwater rivers, and it is therefore critical to measure Cd 
adsorption to clay mineral-humic acid-bacteria composites. This study is also fundamental for the indepth eluci-
dation of better understanding the stabilization of organic carbon and its effects on the mobility and bioavailablity 
of heavy metals in soils and associated environments. The dynamic changes of organic carbon in soil aggregates 
due to the cell lysis, degradation of organic matter should be considered, which may have dramatic infuences on 
the biogeochemical cycling of trace metals.

Materials and Methods
Materials. Montmorillonite was purchased from Zhejiang Sanding Montmorillonite Company (Zhejiang 
Province, China). The clay-size fractions (< 2 μ m) were isolated according to the procedure of Rong et al.42. No 
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further preparation was performed. Pseudomonas putida X4 strain is an aerobic gram-negative soil bacterium. 
The bacterial cells were cultivated in luria broth (10.0 g/L tryptone, 5.0 g/L yeast extract, 5.0 g/L NaCl) to the 
late-exponential growth phase as described by Wu et al.43. The fresh P. putida biomass was used for the adsorption 
experiments. Humic acid was purchased as commercially available humic acid sodium salt, supplied by Aldrich 
Chemical Co., and was pretreated followed the procedure of Silva et al.44. The obtained mineral, bacteria and 
humic acid were suspended in 0.01 mol/L KNO3 electrolyte.

Preparation the composites. The Mont-bacteria mixture was reacted together at a 1:1 ratio (dry-weight 
basis) and shaken for 4 hours (28 °C, pH 5). The mixture was then used for the adsorption experiments with-
out any wash procedure. The Mont-HA complex was obtained by mixing montmorillonite and HA suspension 
together, and shaken for 4 hours (28 °C, pH 5). The initial mass ratio of mineral to HA was 1: 0.02 (dry-weight 
basis). Preliminary isothermal adsorption experiment showed that the maximum adsorption of HA on mont-
morillonite was at 70.5 mg/g at pH 5 (see Supplementary Fig. S1), so this mass ratio enabled all the HA to asso-
ciate with the mineral fractions. The mixture was then centrifuged at 8000 g for 12 min and washed 3 times with 
0.01 mol/L KNO3. The supernatants from the wash procedure were subject to UV-spectrophotometry, which 
showed that no free HA was released from the composites (< 1%). The solid phase was resuspended in 0.01 mol/L 
KNO3. The ternary Mont-HA-bacteria complex was prepared by adding bacterial suspension to the Mont-HA 
complex that prepared above. The initial mineral: bacteria: HA mass ratio was 1: 1: 0.02 (dry-weight basis). The 
mixture was shaken for 4 hours at pH 5 (28 °C), then was centrifuged at 8000 g for 12 min and washed 3 times 
with 0.01 mol/L KNO3. The supernatants were subject to UV-spectrophotometry, which showed that no free HA 
was released from the composites (< 1%). The solid phase was resuspended in 0.01 mol/L KNO3. The final mass 
ratio of each fraction in the binary & ternary composites is 1: 0.02: 1 for Mont: HA: bacteria (dry-weight basis).

Cd(II) Adsorption. All the adsorption experiments were performed at a fixed ionic strength (0.01 mol/L 
KNO3) using batch technique at room temperature (28 °C). Each sorbent (1 mL, 10 g/L, dry-weight basis) was 
immersed into a series of 20 mL centrifuge tubes and then different volume of Cd2+ solution was added. The 
final volume was kept at 10 mL by the addition of 0.01 mol/L KNO3 for each tube. The Cd concentration ranged 
from 0–0.5 mmol/L. The centrifuge tubes were shaken at 40 g for 12 h and the pH of each suspension was kept 
constantly at pH 5 by minor additions of 0.1 mol/L HNO3 or 0.1 mol/L KOH solution. Our previous adsorption 
kinetics experiments show that the adsorption of Cd can reach equilibrium in 12 hours. After equilibration, the 
final suspensions were centrifuged at 8000 g and filtered through 0.45 μm membrane. The supernatants were acid-
ified with HNO3 and the residual Cd was measured by atomic absorption spectrometry (AAS; Varin AAS240FS). 
The solid phase also employed Cd K-edge X-ray absorption spectroscopy (XAS) experiment.

Isothermal Titration Calorimetry. A TAM III thermal activity monitor system (Thermometric AB, 
Sweden) equipped with a 1 mL stainless steel ampoule was used for the measurement. The power-time curves 
of Cd on montmorillonite, bacteria, mineral-HA, mineral-bacteria and mineral-HA-bacteria composites were 
measured at 28 °C. The sorbent suspensions (pH 5, 5 g/L, dry-weight basis) were filled into the stainless steel 
ampoules and placed in the calorimeter. The reaction system was stirred at 120 rev/min by a three-blade golden 
propeller. After a highly stable heat flow was achieved (e.g., the signal excursion < 250 nw/hr), a total volume of 
200 μ L titrants (10 mmol/L Cd, pH 5) was injected into the reaction cell for 10 injections at a rate of 1 μ L/s. An 
interval of 20 min followed titrant additions and the heat flow was monitored continuously. The output data were 
collected continuously by TAM III assistant software. Control experiment for the background heat that was not 
caused by Cd adsorption (i.e., the dilution heat) was conducted by titrating Cd solution (10 mmol/L, pH 5) into 
0.01 mol/L KNO3 (pH 5). This subtraction of background heat could be found elsewhere27,29. Data processing 
was performed using the Origin 8.5 software on the basis of the method described by Garcia-Valls & Hatton45. 
Initially, the heat of each titration could be calculated by TAM III assistant software. Scatter diagram was plotted 
with titration number and the cumulative heat as the x-axis and y-axis, respectively. Then we used an equation 
(see Supplementary Eq. 8) to fit this scatter diagram. The relevant thermodynamic parameters, n, K, and Δ H 
could be determined as those values giving the best fit of this expression to the cumulative heat release curves. The 
Δ G could be calculated according to the equation: Δ G =  − RT lnK, and Δ S was derived from Δ G =  Δ H – TΔ S. 
Detailed procedures are shown in the supplementary information.

X-ray Absorption Spectroscopy. The X-ray absorption data at the Cd K-edge (~26700 keV) were recorded 
at room temperature in fluorescence mode with a silicon drift fluorescence detector at beamline BL14W1 of 
the Shanghai Synchrotron Radiation Facility (SSRF), China. The station operates with a Si(311) double crys-
tal monochromator. During the measurement, storage ring energy was 3.5 GeV and the beam current varied 
between 150–210 mA. The photon energy was calibrated with the first inflection point of the Cd K-edge in Cd 
metal foil. Cd-adsorbed montmorillonite, bacteria, humic acid, Mont-HA, Mont-bacteria and Mont-HA-bacteria 
composites samples were loaded into thin polyethylene bags, and transported immediately to the beamline for 
XAFS measurement. The mass percentage of Cd in the samples was ranging from 0.5~ 2%. EXAFS spectra were 
collected from 26511 to 27551 eV. Background subtraction and normalization of were conducted in ATHENA, a 
program in the IFEFFIT package46. To obtain information on the partitioning of Cd between the different frac-
tions of the composites, the spectra were fitted using a linear combination fitting procedure (LCF).

References
1. Christl, I. & Kretzschmar, R. Relating ion binding by fulvic and humic acids to chemical composition and molecular size. 1. proton 

binding. Environ. Sci. Technol. 35, 2505–2511 (2001).



www.nature.com/scientificreports/

8Scientific RepoRts | 6:19499 | DOI: 10.1038/srep19499

2. Huang, Q., Chen, W. & Theng, B. G. Role of bacteria and bacteria-soil composites in metal biosorption and remediating toxic metal-
contaminated soil systems. In Soil Mineral Microbe Organic Interactions (Eds Huang, Q., Huang, P., Violante, A.) pp, 71–98 (Springer, 
2008).

3. Huang, Q., Wu, J., Chen, W. & Li, X. Adsorption of cadmium by soil colloids and minerals in presence of rhizobia. Pedosphere. 10, 
299–307 (2000).

4. Toner, B., Manceau, A., Marcus, M. A., Millet, D. B. & Sposito, G., Zinc sorption by a bacterial biofilm. Environ. Sci. Technol. 39, 
8288–8294 (2005).

5. Luo, H. et al. Experimental and theoretical approaches for the surface interaction between copper and activated sludge 
microorganisms at molecular scale. Sci. Rep. 4, 7078 (2014).

6. Moon, E. M. & Peacock, C. L. Adsorption of Cu (II) to Bacillus subtilis: A pH-dependent EXAFS and thermodynamic modelling 
study. Geochim. Cosmochim. Acta. 75, 6705–6719 (2011).

7. Ohnuki, T. et al. Chemical speciation and association of plutonium with bacteria, kaolinite clay, and their mixture. Environ. Sci. 
Technol. 41, 3134–3139 (2007).

8. Huang, P.-M., Wang, M.-K. & Chiu, C.-Y. Soil mineral-organic matter-microbe interactions: Impacts on biogeochemical processes 
and biodiversity in soils. Pedobiologia. 49, 609–635 (2005).

9. Moon, E. M. & Peacock, C. L. Modelling Cu(II) adsorption to ferrihydrite and ferrihydrite-bacteria composites: Deviation from 
additive adsorption in the composite sorption system. Geochim. Cosmochim. Acta. 104, 148–164 (2013).

10. Moon, E. M. & Peacock, C. L. Adsorption of Cu(II) to ferrihydrite and ferrihydrite-bacteria composites: Importance of the carboxyl 
group for Cu mobility in natural environments. Geochim. Cosmochim. Acta. 92, 203–219 (2012).

11. Celis, R., HermosÍn, M. C. & Cornejo, J. Heavy metal adsorption by functionalized clays. Environ. Sci. Technol. 34, 4593–4599 
(2000).

12. Peacock, C. L. & Sherman, D. M. Surface complexation model for multisite adsorption of copper(II) onto kaolinite. Geochim. 
Cosmochim. Acta. 69, 3733–3745 (2005).

13. Takamatsu, R., Asakura, K., Chun, W.-J., Miyazaki, T. & Nakano, M. EXAFS studies about the sorption of cadmium ions on 
montmorillonite. Chem. Lett. 35, 224–225 (2006).

14. Gu, X., Evans, L. J. & Barabash, S. J. Modeling the adsorption of Cd(II), Cu(II), Ni(II), Pb(II) and Zn(II) onto montmorillonite. 
Geochim. Cosmochim. Acta. 74, 5718–5728 (2010).

15. Fang, L. et al. Role of extracellular polymeric substances in Cu(II) adsorption on Bacillus subtilis and Pseudomonas putida. 
Bioresource Technol. 102, 1137–1141 (2011).

16. Huang, Q., Chen, W. & Xu, L. Adsorption of copper and cadmium by Cu and Cd-resistant bacteria and their composites with soil 
colloids and kaolinite. Geomicrobiol. J. 22, 227–236 (2005).

17. Guiné, V. et al. Zinc sorption to three gram-negative bacteria: Combined titration, modeling, and EXAFS study. Environ. Sci. 
Technol. 40, 1806–1813 (2006).

18. Buschmann, J. & Sigg, L. Antimony(III) binding to humic substances:  Influence of pH and type of humic acid. Environ. Sci. Technol. 
38, 4535–4541 (2004).

19. Porasso, R. D., Benegas, J. C., van den Hoop, M. A. G. T. & Paoletti, S. Analysis of trace metal humic acid interactions using 
counterion condensation theory. Environ. Sci. Technol. 36, 3815–3821 (2002).

20. Rong, X., Chen, W., Huang, Q., Cai, P. & Liang, W. Pseudomonas putida adhesion to goethite: Studied by equilibrium adsorption, 
SEM, FTIR and ITC. Colloid Surf. B. 80, 79–85 (2010).

21. Williams, L. B. et al. What makes a natural clay antibacterial? Environ. Sci. Technol. 45, 3768–3773 (2011).
22. Templeton, A. S., Spormann, A. M. & Brown, G. E. Speciation of Pb(II) sorbed by Burkholderia cepacia/goethite composites. 

Environ. Sci. Technol. 37, 2166–2172 (2003).
23. Wu, P. et al. Adsorption of Cu(II), Cd(II) and Cr(III) ions from aqueous solutions on humic acid modified Ca-montmorillonite. 

Geoderma. 164, 215–219 (2011).
24. Zhu, J., Huang, Q., Pigna, M. & Violante, A. Competitive sorption of Cu and Cr on goethite and goethite-bacteria complex. Chem. 

Eng. J. 179, 26–32 (2012).
25. Small, T. D., Warren, L. A., Roden, E. E. & Ferris, F. G. Sorption of strontium by bacteria, Fe(III) oxide, and bacteria− Fe(III) oxide 

composites. Environ. Sci. Technol. 33, 4465–4470 (1999).
26. Chen, X., Chen, L., Shi, J., Wu, W. & Chen, Y. Immobilization of heavy metals by Pseudomonas putida CZ1/goethite composites from 

solution. Colloid Surf. B. 61, 170–175 (2008).
27. Fang, L. et al. Microcalorimetric and potentiometric titration studies on the adsorption of copper by P. putida and B. thuringiensis 

and their composites with minerals. J. Hazard Mater. 181, 1031–1038 (2010).
28. Gorman-Lewis, D. Enthalpies and entropies of Cd and Zn adsorption onto Bacillus licheniformis and enthalpies and entropies of Zn 

adsorption onto Bacillus subtilis from isothermal titration calorimetry and surface complexation modeling. Geomicrobiol. J. 31, 
383–395 (2014).

29. Fang, L. et al. Microcalorimetric and potentiometric titration studies on the adsorption of copper by extracellular polymeric 
substances (EPS), minerals and their composites. Bioresource Technol. 101, 5774–9 (2010).

30. Karlsson, T., Persson, P. & Skyllberg, U. Extended X-ray absorption fine structure spectroscopy evidence for the complexation of 
cadmium by reduced sulfur groups in natural organic matter. Environ. Sci. Technol. 39, 3048–3055 (2005).

31. Gorman-Lewis, D., Fein, J. B. & Jensen, M. P. Enthalpies and entropies of proton and cadmium adsorption onto Bacillus subtilis 
bacterial cells from calorimetric measurements. Geochim. Cosmochim. Acta. 70, 4862–4873 (2006).

32. Karlsson, T., Persson, P. & Skyllberg, U. Extended X-ray absorption fine structure spectroscopy evidence for the complexation of 
cadmium by reduced sulfur groups in natural organic matter. Environ. Sci. Technol. 39, 3048–3055 (2005).

33. Mishra, B. et al. High- and low-affinity binding sites for Cd on the bacterial cell walls of Bacillus subtilis and Shewanella oneidensis. 
Geochim. Cosmochim. Acta. 74, 4219–4233 (2010).

34. Martinez R. E., Pedersen K. & Ferris F. G. Cadmium complexation by bacteriogenic iron oxides from a subterraneanenvironment. 
J. Colloid Interf. Sci. 275, 82–89 (2004).

35. Jiang, D., Huang, Q., Cai, P., Rong, X. & Chen, W. Adsorption of Pseudomonas putida on clay minerals and iron oxide. Colloid Surf. 
B. 54, 217–221 (2007).

36. Hong, Z. et al. Initial adhesion of Bacillus subtilis on soil minerals as related to their surface properties. Eur. J. Soil Sci. 63, 457–466 
(2012).

37. Walker, S. G., Flemming, C. A., Ferris, F. G., Beveridge, T. J. & Bailey, G. W. Physicochemical interaction of Escherichia coli cell 
envelopes and Bacillus subtilis cell walls with two clays and ability of the composite to immobilize heavy metals from solution. Appl. 
Environ. Microb. 55, 2976–84 (1989).

38. Fein, J. B., Boily, J.-F., Güçlü, K. & Kaulbach, E. Experimental study of humic acid adsorption onto bacteria and Al-oxide mineral 
surfaces. Chem. Geol. 162, 33–45 (1999).

39. Tikhonov, V. V. et al. Sorption of humic acids by bacteria. Microbiology, 82, 707–712 (2013).
40. Burnett, P.-G. G., Daughney, C. J. & Peak, D. Cd adsorption onto Anoxybacillus flavithermus: Surface complexation modeling and 

spectroscopic investigations. Geochim. Cosmochim. Acta. 70, 5253–5269 (2006).
41. Ueshima, M., Ginn, B. R., Haack, E. A., Szymanowski, J. E. S. & Fein, J. B. Cd adsorption onto Pseudomonas putida in the presence 

and absence of extracellular polymeric substances. Geochim. Cosmochim. Act. 72, 5885–5895 (2008).



www.nature.com/scientificreports/

9Scientific RepoRts | 6:19499 | DOI: 10.1038/srep19499

42. Rong, X., Huang, Q. & Chen, W. Microcalorimetric investigation on the metabolic activity of Bacillus thuringiensis as influenced by 
kaolinite, montmorillonite and goethite. Appl. Clay Sci. 38, 97–103 (2007).

43. Wu, H., Chen, W., Rong, X., Dai, L. & Huang, Q. Soil colloids and minerals modulate metabolic activity of Pseudomonas putida 
measured using microcalorimetry. Geomicrobiol. J. 31, 590–596 (2014).

44. Silva, L. C. C. d. et al. Adsorption of Pb2+, Cu2+ and Cd2+ in FDU-1 silica and FDU-1 silica modified with humic acid. Micropor. 
Mesopor. Mat. 110, 250–259 (2008).

45. Garcia-Valls, R. & Hatton, T. A. Metal ion complexation with lignin derivatives. Chem. Eng. J. 94, 99–105 (2003).
46. Ravel, B. & Newville, M. Athena, Artemis, Hephaestus: data analysis for X-ray absorption spectroscopy using IFEFFIT. J. Synchrotron 

Radiat. 12, 537–541 (2005).

Acknowledgements
The authors thank the National Natural Science Foundation of China (41230854) and the Fundamental Research 
Funds for the Central Universities (2662015PY016, 2662015PY116) for the financial support of this work. We 
are also grateful to the beamline BL14W1, Shanghai Synchrotron Radiation Facility for providing the beam time.

Author Contributions
W.C. and Q.H. developed and directed the project. H.D. did all the synthetic experiments and theoretical analysis. 
H.D., Q.H. and C.L.P wrote the paper. P.C., X.M. and K.D. supervised the project.

Additional Information
Supplementary information accompanies this paper at http://www.nature.com/srep
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Du, H. et al. Cd(II) Sorption on Montmorillonite-Humic acid-Bacteria Composites. 
Sci. Rep. 6, 19499; doi: 10.1038/srep19499 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://www.nature.com/srep
http://creativecommons.org/licenses/by/4.0/

	Cd(II) Sorption on Montmorillonite-Humic acid-Bacteria Composites
	Results
	Adsorption of Cd. 
	Thermodynamic parameters. 
	Extended X-ray absorption fine structure spectroscopy and linear combination fitting. 

	Discussions
	Materials and Methods
	Materials. 
	Preparation the composites. 
	Cd(II) Adsorption. 
	Isothermal Titration Calorimetry. 
	X-ray Absorption Spectroscopy. 

	Acknowledgements
	Author Contributions
	Figure 1.  Sorption isotherms of Cd (II) on montmorillonite (Mont), bacteria (P.
	Figure 2.  The power-time curves for Cd (II) titration to montmorillonite (Mont), bacteria (P.
	Figure 3.  (a) k3-Weighted normalized Cd K-edge EXAFS spectra for montmorillonite (Mont), bacteria (P.
	Table 1.   Langmuir parameters for the adsorption of Cd to defferent systems in the presence of 0.
	Table 2.  Thermodynamics parameters for the adsorption of Cd on different components in the presence of 0.
	Table 3.  Summary of the percentage contribution of different components for Cd binding in the binary Mont-bacteria, Mont-HA and ternary Mont-HA-bacteria composites using best fit linear combination analysis for the different composites (chi (k) = 2.



 
    
       
          application/pdf
          
             
                Cd(II) Sorption on Montmorillonite-Humic acid-Bacteria Composites
            
         
          
             
                srep ,  (2015). doi:10.1038/srep19499
            
         
          
             
                Huihui Du
                Wenli Chen
                Peng Cai
                Xingmin Rong
                Ke Dai
                Caroline L. Peacock
                Qiaoyun Huang
            
         
          doi:10.1038/srep19499
          
             
                Nature Publishing Group
            
         
          
             
                © 2015 Nature Publishing Group
            
         
      
       
          
      
       
          © 2015 Macmillan Publishers Limited
          10.1038/srep19499
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep19499
            
         
      
       
          
          
          
             
                doi:10.1038/srep19499
            
         
          
             
                srep ,  (2015). doi:10.1038/srep19499
            
         
          
          
      
       
       
          True
      
   




