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ABSTRACT: Carrageenan (CG) and ion exchange resins (IERs) are better metal chelators. Kappa (κ) CG and IERs were
synthesized and subjected to copper ion (Cu2+) adsorption to obtain DMSCH/κ-Cu, DC20H/κ-Cu, and IRP69H/κ-Cu
nanocomposites (NCs). The NCs were studied using statistical physics formalism (SPF) at 315−375 K and a multilayer perceptron
with five input nodes. The percentage of Cu2+ uptake efficiency was used as an outcome variable. Via the grand canonical ensemble,
SPF gives models for both monolayer and multilayer sorption layers. For in vitro anticoagulant activity (ACA), the activated partial
thromboplastin time were calculated using 100 μL of rabbit plasma incubated at 37 °C. After 2 min, 100 L of 0.025 M CaCl2 was
added, and the clotting time was recorded for each group (n = 6). The results demonstrated that the key covariables for the
adsorption process were pH and concentration. The results of artificial neural network models were comparable with the
experimental findings. The error rates varied between 4.3 and 1.0%. The prediction analysis results ranged from 43.6 to 89.2. The
ΔG and ΔS values for IRP69H/κ-Cu obtained were −18.91 and −16.32 and 26.21 and 22.74 kJ/mol for the temperatures 315 and
345 K, respectively. Adsorbate species were perpendicular to the adsorbent surfaces, notwithstanding the apparent importance of
macro- and micropore volumes. These adsorbents typically fluctuate with temperature changes and contain one or more layers of
sorption. Negative and positive sorption energies correspond to endothermic and exothermic processes. The biosorption energy (E1
and E2) values in this experiment have a value of less than 23 kJ mol−1. Complex SPF models’ energy distributions validate surface
properties and interactions with adsorbates. At a concentration of 100 μg/mL, DC20H/κ-Cu2+ exhibited an ACA of only 8 s. These
NCs demonstrated better greater ACA with the order DC20H/κ < DMSCH/κ < IRP69H/κ. More research is needed to rule out the
chemical processes behind the ACA of CG/IER-Cu NCs.

1. INTRODUCTION
The utilization of copper ions (Cu2+) in medical practices
spans centuries, supported by thorough documentation that
attests to its enduring therapeutic efficacy.1,2 Cu2+ can be
administered for therapeutic benefits through diverse modal-
ities, such as dietary supplementation, topical applications, and
integration into medical devices, showcasing its versatility in
healthcare interventions.3 Cu2+ is frequently employed in
dietary supplements to address or preempt Cu2+ deficiency, a
state linked to issues like anemia, bone irregularities, and

various health complications. Additionally, Cu2+ finds ther-
apeutic application in topical forms, like Cu2+-infused clothing
and wound dressings, aimed at mitigating symptoms of
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arthritis and other inflammatory ailments. Furthermore, Cu2+-
impregnated wound dressings serve to thwart infections and
foster the process of healing.4

Artificial intelligence (AI) models have been increasingly
used in adsorption studies to predict adsorption properties,
optimize adsorption conditions, and design new adsorbents.
Artificial neural networks (ANNs) demonstrate the adsorption
behavior by training the network on experimental data. ANNs
can capture complex nonlinear relationships between input and
output variables and predict adsorption performance with high
accuracy, whereas support vector machines (SVMs) have been
used in adsorption studies to predict adsorption capacity,
selectivity, and kinetics.5 SVMs have the advantage of being
able to handle high-dimensional data and can make accurate
predictions with relatively small data sets.6 AI models have
shown promising results in adsorption studies and have the
potential to accelerate the development of new adsorbents and
optimize adsorption processes.7,8

The molecular mechanisms of adsorption can also be
predicted through a well-known mathematical model known as
statistical physics formalism (SPF).9 One of the key concepts
in SPF is the partition function (PF), which describes the
probability distribution of molecules in each system. The PF is
used in adsorption research to determine a system’s
equilibrium adsorption parameters, including the heat of
adsorption and isotherms. The molecular interactions between
the adsorbate and adsorbent, the temperature, and the pressure
affect the PF.10

Carrageenan (CG) is a naturally occurring polysaccharide
that is derived from seaweed. While it has many applications in
the food industry as a stabilizer and thickener, there are shreds
of evidence to suggest that CG also has anticoagulant activity
(ACA).11,12 They are comprised of degraded and nondegraded
forms such as kappa (κ-), lambda (λ-), iota (ι-), mu, nu, ksi,
beta, and theta CG.12,13 The chemical structure reveals that
only ι- and κ- have 3,6-anhydro bridges, while these bridges are
not seen in λ-.14 It is believed that the presence or absence of
these bridges and structural orientation gives ACA to CG.15,16

The mechanism of ACA followed by CG is similar to other
sulfated polysaccharides (SP).16−18 Among other SP, heparin
is a naturally occurring sulfated glucosaminoglycan composed
of alternating uronic acid and α-D-glucosamine connected by
α-(1 → 4) bonds. The serine proteinases involved in the blood
clotting cycle are inhibited by heparin.19 Only antithrombin
(AT)-III interacts with heparin in the bloodstream. By
inactivating thrombin, the heparin-AT-III complex also
significantly increases the inhibitory action on other
proteinases involved in blood clotting.20 Their ACA typically
diverges from heparin and entails contact with proteinases that
are not heparin’s targets20 but produce comparable results.21

The ACA of the partially oxidized κ-CG derivative was
superior to that of the fully oxidized CG.22,23 The functional
group modification of CG by introducing carboxyl groups had
a synergistic effect on the ACA.23 These findings demonstrated
that structural alterations to CG enhance or diminish its ACA.
The chemical changes in CG are laborious and time-
consuming and do not provide efficient ACA; therefore, a
more economical surface modification is preferred.24−26

Divalent cations can participate in the competitive complex-
ation of blood proteins.27 C reactive protein (CRP) levels were
favorably correlated with Cu2+ plasma concentrations. This
suggested that a higher Cu2+ concentration may strengthen an
elevated CRP level. Previous research has emphasized a strong

connection between CRP and levels of Cu2+. The interaction
between heparin, fibrinogen, and Cu2+ can indeed have
significant effects on fibrinogen’s sedimentation coefficient.
Heparin is a well-known anticoagulant that functions by
enhancing the activity of antithrombin-III, a natural inhibitor
of thrombin and other coagulation factors. Heparin also
interacts with fibrinogen, influencing its polymerization into
fibrin strands, which are essential for blood clot formation.28

The doped Cu2+-nickel manganite composite hindered platelet
aggregation and interfered with the blood coagulation
cascade.29 Cu2+ has been found to inhibit several key factors
involved in the coagulation process, including thrombin and
factor Xa, which are crucial for the conversion of fibrinogen to
fibrin, the main component of blood clots. Cu2+ can interfere
with platelet activation and aggregation, further inhibiting clot
formation. However, it is essential to conduct thorough
biocompatibility and toxicity studies to ensure the safety and
efficacy of copper ion-impregnated/loaded nanocomposites for
biomedical applications. Cu2+ complexes are reported to treat
thrombosis since they inhibit polyphosphate activity.30 The in
vitro ACA of Cu2+ sulfate reduced the thrombin time and
suppressed the platelet aggregation. Preincubating Cu2+ sulfate
with fibrinogen slightly reduced its capacity to clot.31 Further
research is needed to optimize the design and fabrication of
engineered materials that can impregnate Cu2+ to enhance
their anticoagulant properties while minimizing any potential
adverse effects.
Ion-exchange resins [ion exchange resin (IER)] have been

studied for their ability to bind to certain metals but do not
have intrinsic ACA. The mechanism by which IER binds to
biomolecules in the blood is based on the ion exchange
principle. These resins have charged groups that attract and
bind to ions of the opposite charge. The purpose of IER was to
chelate Cu2+, which will elicit ACA activity. Various studies
utilized diverse strategies for the removal of Cu2+ from aqueous
solutions. It encapsulates a multitude of studies investigating
various adsorbents and modification techniques aimed at
enhancing Cu2+ removal efficiency. These studies encompass a
wide spectrum of factors including the concentration of Cu2+,
duration of contact, dosage of adsorbents, and modification
methods applied. From H2SO4 impregnation32 to steam
activation, phosphoric acid treatment to AgNPs impregnation,
an array of modification techniques have been explored to
augment adsorption capacity. A diverse range of natural
materials as adsorbents, including hazelnut shells,32 hulls of
Ceiba pentandra,33 Typha latifolia L.,34 pomelo peels,35 green
vegetable waste,36 pistachio shells, apricot stone, almond,
walnut,37 grape bagasse,38 hazelnut husk,39 lignocellulose,9

pecan shells,40 rubber wood sawdust,41 pinewood sawdust,42

peanut shells,43 apricot stone,44 chestnut shells, and grape
seeds45 were previously utilized. The reported uptake
percentages and capacities vary across these studies, with
some adsorbents demonstrating high efficiency (>80%) while
others exhibit moderate to substantial capacities. These
findings underscore the importance of exploring novel
adsorbents and modification techniques for the effective
removal of heavy metal ions46−51 from aqueous environments
and highlight the potential of utilizing diverse natural materials
for environmental remediation purposes.
Herein, we utilized advanced AI models for the biosorption

of Cu2+ using IER/CG blends by applying multilayer
perceptrons (MLP). MLP, an ANN, is utilized to model
nonlinear interactions between input variables such as
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temperature, pH, dose, output variable, and the percentage of
Cu2+ uptake. Another aspect of the study involved the use of a
SPF model to interpret the steric and energetic aspects of Cu2+
biosorption, combining both the size and shape of binding sites
and adsorption strength. Reagents include κ-, λ-, and ι- CG as
carriers, CuSO4 as a source of Cu2+, and HCl and NaOH for
pH adjustment. Surface modification of DMSCH/κ-, DC20H/
κ-, and IRP69H/κ- is carried out through Cu2+ adsorption, and
the ACA was studied in vitro using rabbit plasma. Statistical
analysis was performed using one-way ANOVA and the Tukey
test. Figure 1 illustrates the main theme of the study.

2. MATERIALS AND METHODS
IER/CG blends were used to study the biosorption of Cu2+
using MLP. It is a popular sort of ANN employed in many
domains, including adsorption research. Modeling intricate
nonlinear interactions between input and output variables is
where MLP has a practical utility. MLP can be used in
adsorption studies to forecast a material’s capacity for
adsorption depending on a variety of input factors, including
temperature, pH, dose, surface area, and adsorbate concen-
tration. By forecasting the ideal operating parameters for
maximum adsorption capacity, MLP may also be utilized to
improve the adsorption process. To collect the data, five
covariables (input nodes) were employed in the input layer. As
an outcome variable, the percentage of uptake of Cu2+ ions was
taken. A variety of nodes were utilized to identify the ideal
number of veiled nodes. The brief method of biosorption
studies is reported elsewhere.8,9

2.1. SPF Model Development for Energetic and Steric
Interpretation. SPF is a theoretical approach that can be used
to model the behavior of complex systems, including
adsorption processes. The initial dose at a constant pH of 5
was 0.5 g in 50 mL of solution at 315, 345, and 375 K to
investigate the steric and energetic interpretation of Cu2+
biosorption. SPF can be used to develop a model that provides
a deep insight into the molecular phenomenon involved in the
biosorption process.10 The steric interpretation of Cu2+
biosorption can be described using a hard-sphere model,
which assumes that the Cu2+ and the binding sites on the
biomass are hard spheres that cannot overlap.52 To combine
the steric and energetic interpretations of Cu2+ biosorption, the
SPF model can be developed that takes into account both the
size and shape of the binding sites and the strength of the
adsorption interaction. This model can be used to predict the
adsorption capacity of the biomass as a function of the Cu2+

concentration, temperature, and other relevant parameters.
The SPF model can provide a complete understanding of the
adsorption process and help to optimize the conditions for
maximum biosorption efficiency.53

2.1.1. Reagents and Chemicals. κ-, λ-, and ι- CG (Sigma-
Aldrich, USA) were selected as carriers for the metal-ion
adsorption. CuSO4 (Saarchem, SA) was used as a source of
Cu2+. HCl and NaOH (BDH Chemicals, Kuwait) were
employed for the adjustment of pH, and as a solvent, the
ultrapure water (18.2 mΩ cm, 25 °C) was used. For
anticoagulation studies, trisodium-citrate (Sigma-Aldrich,
USA), a free-calcium binder, heparin (Sigma-Aldrich, USA),
and thrombin (Sigma-Aldrich, USA) were utilized.

2.1.2. Surface Modification of DMSCH/κ-, DC20H/κ-, and
IRP69H/κ- through Cu2+ Adsorption. For metal adsorption,
CuSO4 (Saarchem, SA) was used. HCl and NaOH (BDH
Chemicals, Kuwait) were used for pH adjustment. A precisely
weighed amount of 0.1, 0.2, and 0.5 g of each CG/IER were
mixed with 10, 30, and 60 mL of metal ions solutions (CuSO4)
in 100 mL conical flasks for the determination of the
adsorption of metal ions over the CG and CG/IER. The
formed metal coordinated complexes were shaken at 25 °C on
an end-to-end shaker (DAIHAN WSB-30, USA) for 24 h. The
filtrates were then subjected to further analysis at different
values of pH ranging from 1 to 9. The spectrophotometric
analysis of the conc. of metal ions with CG/IER in the aqueous
phase was carried out through Optima, SP-300 spectropho-
tometer (Tokyo, Japan) at 550 nm for Cu2+, respectively, at
different time intervals of 20−380 min. The detailed methods
of isotherm, kinetic models, and their equations are reported
elsewhere.8,54 All the experiments were conducted in
triplicates.

2.1.3. ACA. In our in vitro study of ACA, we employed the
HemosIL kit (Instrumentation Laboratory Company, Bedford,
MA, USA) in conjunction with the KL-340 coagulation
analyzer (Meizhou Cornley, Hi-Tech Company, Ltd.) to
measure activated partial thromboplastin times activated partial
thromboplastin time (aPTT). The experimental procedure
involved incubating 100 μL of rabbit plasma at 37 °C with 100
mL of heparin, polysaccharide, or saline samples. One minute
after aPTT, 100 μL of reagent was added, followed by the
addition of 100 L of 0.025 M CaCl2 after 2 min. The clotting
time was then recorded for each group (n = 6). It is important
to note that this study involving animals received ethical
approval from the Ethical Committee of the University of
Lahore, Islamabad Campus. All protocols related to animal

Figure 1. SPF and ANN modeling of CG/IER-Cu NC and their ACA.
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care were meticulously followed to ensure the well-being and
ethical treatment of the animals throughout the experimenta-
tion.

2.1.4. Statistical Analysis. To assess the statistical
significance of our observations, the data from the samples
were subjected to one-way and two-way ANOVA. This
statistical test was used to compare the means of three or
more groups to determine whether there are statistically
significant differences between them. In this context, it suggests
that multiple groups of data were compared, likely correspond-
ing to different experimental conditions or treatments. A
significance level of probability (p-value) of less than 0.05 was
chosen for determining statistical differences. In other words, if
the probability of observing the differences between groups by
chance alone was less than 5%, then those differences were
deemed significant. Software such as GraphPad Prism and
SPSS 25.0 were utilized for the analysis of anticoagulant
studies.
For ANN and SPF, we utilized Python 3.11.8 and

Mathematica 11. Python is a versatile programming language
commonly used in scientific computing and data analysis. We
utilized libraries such as NumPy, SciPy, and SymPy to provide
functionalities for statistical physics calculations, simulations,
and data analysis. Mathematica is a computational software
system that offers extensive capabilities for symbolic and
numerical calculations. It includes built-in functions for solving
statistical physics problems, performing simulations, and
visualizing results.

3. RESULTS AND DISCUSSION
3.1. Artificial Neural Network. AI models can be used for

predicting metal adsorption in various materials. AI models can
provide a fast and accurate way to predict metal adsorption in
various materials, which can help researchers develop new
materials with improved adsorption properties.

For Cu2+ biosorption on KC/IER, an ANN model was
applied. Figure 2 depicts the network information, case
processing summaries, independent variable significance, and
model summaries. The independent variable was divided into
two categories: (a) importance and (b) normalized impor-
tance. Training and testing were included in model summaries.
The network information is made up of two layers: input and
output. Figure 2 shows the variables/covariates and their
values. The maximum iteration was 100, while the learning rate
and momentum faction were both 0.8. QuickProp was used as
the learning algorithm, using Tanh as the transfer function.
The connection type was multilayer normal feed forward,

with only one concealed layer. The proposed mechanism of
adsorption is given in Figure 3.
The MLP model 6-3-1 was utilized to investigate the five

covariables of absorption of Cu2+; the input, output, and buried
layers were included. The MLP model 6-3-1 was used for
training with no data from 100 runs being excluded. A
continuous simulation approach was used to create a link
between weight and bias throughout the training phase.
Nonetheless, the results revealed little difference between
predicted and normalized values. In biosorption investigations,
the effective covariables were found to be dosage, pH, and
concentration. The results showed that ANN modeling might
be very effective in predicting biosorption investigations. The
ANN models agreed with the experimental results. Nonethe-
less, as seen in 3C and 3D, there were minor variations in the
results. The other reported NCs used for the Cu2+ uptake have
been provided in Table 1.

3.1.1. Table Description. The concentration of Cu2+ (mg/
L) indicated the initial concentration of Cu2+ in different
solutions used in various experiments. It ranged from 1.5 to
1000 mg/L in different studies; time of contact (min) specifies
the duration of time for which the adsorbent material was in
contact with the solution containing Cu2+. The time ranges

Figure 2. ANN modeling training variables, basic structure, and results of IER/CG- Cu NC.
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from 1440 min (24 h) to 4320 min (72 h) in different
experiments; dosage (g/L) refers to the amount of adsorbent
material used per unit volume of solution. The dosage varied
from 0.05 to 25 g/L; modification included impregnation with
acids (e.g., H2SO4 and H3PO4), steam activation, or the use of
specific chemicals (e.g., KOH and ZnCl2); the uptake
percentage ranged from >80 to >90% in most cases; isotherm
indicates the type of adsorption isotherm used to model the
adsorption process. The Langmuir-type isotherm (LAI) is
commonly mentioned as the pH of the solution during the
adsorption process. pH values range from 2 to 7; uptake
capacity (mg/g) is the amount of Cu2+ adsorbed per unit mass
of the adsorbent material. Values range from 5.72 to 229 mg/g;
kinetic models describe the adsorption kinetics, such as
pseudo-second-order (PSO); adsorbents are various agricul-
tural waste products like hazelnut shells, grape bagasse, pecan
shells, etc. Predicted Percentage of Uptake of Cu2+ ions.
These are the predicted values of the percentage of uptake of

Cu2+ for each sample based on the input features (covariables)
provided in the data set. The values range from approximately
43 to 89%. Higher values indicate a higher predicted uptake
percentage, while lower values indicate a lower predicted
uptake percentage. The predicted uptake percentages provide
insights into the effectiveness of different adsorbents and
conditions in the adsorption process. Adsorbents and
conditions associated with higher predicted uptake percentages
may be considered more effective in removing Cu2+ from the
solution.
Conversely, adsorbents and conditions associated with lower

predicted uptake percentages may be less effective or may
require optimization to enhance their performance in the
adsorption process. These predictions can guide further
experimentation and optimization efforts in adsorption
research to improve the efficiency of Cu2+ removal using
various adsorbents and conditions.
3.2. Results of SPF. The first layer of adsorbate molecules

forms a monolayer on the surface, with the molecules oriented
in a specific direction to optimize their interaction with the
surface. Once the first layer is formed, the adsorbate molecules
continue to be adsorbed onto the surface, forming additional
layers of molecules on top of the first layer.53 The SMM and
model with single energy (MSE) values were plotted using

GraphPad Prism 9.4.1. A 20−30% drop was seen when the
temperature was raised to 315−375 K. Heat weakens the bond
between Cu2+ and the sorbent surface, making it feasible.
Adsorption capacity, which seems to be closely related to
micropore volume, appears to be governed mostly by
functional group interactions. The disadvantage of the
double-layer model with two energies is that it produces
lower coefficients of determination. SMM was used to explore
the properties of IER-CG. It was utilized to look at the
biosorption mechanisms that occur during Cu2+ absorption.
The double-layer model is a theoretical model used to describe
the electrostatic interactions between charged surfaces and
ions in solution. The SPF for the double-layer model involves
considering the system as a collection of particles in thermal
equilibrium with their environment. The energy associated
with the system is given by the Hamiltonian, which includes
terms for the surface energy (Table 2).
The number of Cu2+ ions captured on a single binding site

of an adsorbent can be analyzed using SPF. In this context, the
binding site is a location on the surface of the adsorbent where
a Cu2+ ion can bind through noncovalent interactions. The
SPF for analyzing the number of Cu2+ ions captured on a single
binding site involves considering the system as a collection of
particles in thermal equilibrium with their environment. The
energy associated with the system is given by the Hamiltonian,
which describes the energy of the system as a function of the
positions and momenta of the particles.10,55

The number of Cu2+ ions captured on a single binding site
of an adsorbent can be analyzed using SPF by considering the
system as a collection of particles in thermal equilibrium with
their environment. The probability distribution of the number
of Cu2+ captured on the binding site can be expressed as a
function of the binding energy and the chemical potential of
the Cu2+ in the surrounding environment and can be
calculated using techniques such as Monte Carlo simulations
or molecular dynamics simulations.56−58 Our modeling
suggests that a single binding site can interact with many
Cu2+ ions. The highest value of nms for IER-CG discovered at
375 K is 1.54 (Figure 4). According to this, around one-third
of the Cu2+ has a single dock and two-thirds has a double dock.
Ionic aggregation appears to be directly influenced by
temperature 10. The thermodynamic attributes are provided
in Table 2.

3.2.1. SPF Model.
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the equation described the PF�zgc for a system involving Cu2+
adsorption on a NC. The simplified form of this equation is the
PF in statistical mechanics (SM), often used to describe the
statistical properties of a system of particles or molecules.
The terms are explained regarding Cu2+ adsorption on a NC

in the following: zgc is the PF, which is a fundamental concept
in SM. It represents the sum of the exponential terms involving
different states of Cu2+ adsorption on the NC. ∑Ns indicates a
summation of the various possible states of Cu2+ adsorption on
the NC. In other words, it considers all the possible
configurations of Cu2+ on NC. eβ(ε1+μ) describes the probability
of finding the system in a specific state Ns. Where each variable
represents: β is expressed as 1/kBT and is related to the

Figure 3. Mechanism of Cu2+ adsorption over the surface of the
composite.
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system’s thermal energy. ε are the binding energies. ε1 and ε2
represent the binding energies of Cu2+ to the NC. The energy
required to add/remove the particle from the system, μ is the
chemical potential has been widely used. Ns is the number of
Cu2+ in the system.
The equation is a sum of different states, with each state’s

contribution being determined by the Boltzmann factor, which
depends on the energy (binding energy and chemical
potential) and the number of particles in that state. The last
part of the equation involves a fraction that represents the
grand-canonical partition-function (GCPF). It accounts for the
normalization of the probabilities. This equation is used to
calculate the PF for a system where Cu2+ is absorbed into a
NC. The different energy states, the chemical potential, and
temperature are all considered to determine the overall
statistical properties of the system. The PF is a key concept
in SM, and it is often used to derive various thermodynamic
properties of the system, such as the free energy, entropy, and
average occupancy of particles. To account for a more complex
system involving multiple replicas or subregions of the NC, eq
1 can be derived to obtain

= + ++ + +
+

+

Ä

Ç

ÅÅÅÅÅÅÅÅÅÅÅ
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Z 1 e e

1 e
1 e
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1 1 2
2
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2
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(2)

This equation is a modified form of the PF in SM, tailored to
describe the adsorption of Cu2+ on a NC. The modified
equation is an extension of the original equation and includes
an additional exponent (Dsr) at the end:
In this equation, Dsr appears to be an exponent that accounts

for the number of replicas or subregions (s) of the NC. This
modified equation described the overall PF for a system of
Cu2+ adsorption on an NC with multiple subregions or
replicas.
This equation depends on the system and the physical

model being used. However, it is likely that the derived
equation accounts for the fact that there are multiple
subregions (replicas) of the NC where Cu2+ adsorption can
occur. Each subregion may have slightly different properties,
such as the number of binding sites, energies, or chemical
potentials. To derive this equation, eq 1 for a single NC was
extended to consider the contributions from multiple
subregions. The exponent Dsr is introduced to represent the
multiplication of PFs for each subregion, effectively combining
their statistical properties. This equation can be written as59

= =N k T
Z

D k T
zln ln

O B
gc

sr B
gc

(3)

here, N0 represents the site occupation number, which is the
average number of Cu2+ ions occupying the adsorbent receptor
sites (R) on the NC. The equation tells us that N0 depends on
the derivative of the natural logarithm of the GCPF (Zgc)
concerning the chemical potential (μ). This equation is used to
determine the average occupancy of the binding sites in the
NC. Dsr represents the number of receptor sites (binding sites)
within the NC. This equation is tailored to the NC scenario
where multiple binding sites exist.
This equation is important in understanding the adsorption

of Cu2+ onto a NC material. Site occupation number, N0, is a
measure of how many Cu2+, on average, are bound to the
receptor sites (binding sites) on the NC. It is related to the
chemical potential (μ), temperature (T), and the properties ofT
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the binding sites within the NC. In GCPF, Zgc is a
mathematical construct that describes the statistical behavior
of a system in equilibrium with a reservoir at a given chemical
potential. In this case, it represents the behavior of Cu2+
interacting with binding sites on the NC.
The equation for No can be derived from the grand

canonical ensemble theory in SM. It is based on the concept
that the average number of particles in a system can be related
to the derivative of the logarithm of the PF concerning the
chemical potential. Considering the Cu2+ adsorption on a NC,
this equation is derived by considering the statistical behavior
of ions interacting with binding sites. It relates the average
number of ions bound to the site to the properties of the NC
and the thermodynamic variables.
This equation is useful for understanding the adsorption of

Cu2+ on NC. It helps quantify how many Cu2+ are likely to
bind to the receptor sites on the NC at a given chemical
potential and temperature. It is a fundamental concept in the
study of adsorption processes and provides a way to connect
the statistical behavior of particles with the thermodynamic
properties of the system. By analyzing N0 as a function of μ and
T, researchers can gain insights into the adsorption behavior,
predict how many Cu2+ ions will bind to the NC under
different conditions, and optimize the material’s performance
for adsorption applications.
nms Cu2+ represents nms moles or entities of Cu2+ that are

involved in the reaction. It shows the reactant side of the
equation, indicating the Cu2+ before they bind to the receptor
sites. “R” represents the adsorbent receptor sites. These are the

sites or locations on a material or surface that can bind or
adsorb Cu2+. This is an equilibrium reaction, indicating that
the binding of Cu2+ to receptor sites can occur in both
directions. Cu2+ can bind to the receptor sites, and the bound
Cu2+ can potentially dissociate from the sites, establishing an
equilibrium. This equation describes a chemical equilibrium
between Cu2+ and adsorbent receptor sites on a material or
surface. It highlights that the process of Cu2+ binding to
receptor sites involves a stoichiometric ratio, nms, which
represents how many Cu2+ are required to bind to “nms”
receptor sites. The equation is important in the context of
adsorption processes, such as in environmental remediation or
material science. It provides a fundamental understanding of
how Cu2+ interacts with adsorbent surfaces and the equilibrium
between the unbound and bound states. Researchers use this
information to design and optimize materials for adsorption
applications or to study the removal of Cu2+ from solutions.
The value of nms would depend on the nature of the adsorbent
and the properties of the Cu2+.
When Cu2+ interacts with an adsorbent receptor site on a

material or surface, the process typically involves a
stoichiometric coefficient represented as nms. This coefficient
describes the ratio of Cu2+ to adsorbent receptor sites involved
in the binding process. The nms value indicates how many Cu2+
are required to bind to several receptor sites, and it is an
important factor in understanding the reaction’s stoichiometry.
The equation is a representation of the chemical reaction that
occurs when Cu2+ binds to adsorbent receptor sites. The
equation can be written as

Figure 4. Model description of SMM for (A) Cu2+ biosorption over NCs through the number of captured species, (B) saturation capacity of Cu2+
over NCs, (C) NCs’ receptor site density, and (D) sum of formed layers over NCs (E,F) Cu2+ biosorption energies from at 1 bar pressure with a
temperature range of 315−375 K.
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++ +Vn Cu R (Cu ) Rnms
2 2

ms (4)

In the chemical system involving Cu2+ and binding sites, the
chemical potential of Cu2+ is denoted as μm, which represents
the energy or potential associated with the presence of these
ions in the system. The number of Cu2+ captured or bound per
binding site is indicated by nms, signifying the extent to which
these ions interact with the available binding sites.
To describe the chemical potential at equilibrium in this

system, we can use the concept of equilibrium in
thermodynamics. At equilibrium, there is no net change in
the system, meaning the system has reached a state of balance.
In the case of Cu2+ and their binding sites, at equilibrium, the
μm of Cu2+ will remain constant. This means that the energy
or potential associated with the presence of Cu2+ will not
change over time when the system is in equilibrium.
The relationship between the μm and the number of ions

bound per binding site (nms) can be expressed mathematically
to show that at equilibrium, there is a balance between the
tendency of Cu2+ to interact with binding sites and any
opposing factors that might cause them to unbind or leave the
binding sites.

= n/m ms (5)

The equation relates to the chemical potential (μm) of Cu2+
in a system where these ions are bound to some binding sites,
and it expresses the chemical potential at equilibrium. The μm
represents the chemical potential of Cu2+. Chemical potential
is a concept in thermodynamics that measures the energy of a
particle in a system. In the context of ions or molecules, it
represents the energy per unit quantity (in this case, per unit of
Cu2+). nms represents the number of Cu2+ bound to each
binding site. This is essentially the stoichiometry of Cu2+
binding to these sites. For example, if each binding site can
accommodate two Cu2+, nms would be 2. This equation states
that the chemical potential of Cu2+ (μm) at equilibrium is equal
to the chemical potential of the entire system (μ) divided by
the number of Cu2+ bound per binding site (nms).
At equilibrium, the chemical potential of the Cu2+ must be

the same as the chemical potential of the system they are in. In
other words, the chemical potential of the ions should be
balanced with the rest of the system to reach a stable state.
This equation helps express that relationship. It is worth noting
that chemical potential is related to the free energy of a system,
and this equation reflects the thermodynamic principles
governing systems with ion binding. The chemical potential
at equilibrium ensures that there is no net tendency for Cu2+ to
move in or out of the binding sites, as their chemical potential
is balanced with the surrounding environment.
The following equation relates to the chemical potential

(μm) in the context of ideal gas translation PFs and is expressed
using an approximation60

= k T
N

Z
lnm B

gtr (6)

The eq 5 takes the form as (Khalfaoui et al., 2002)61
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In this equation, the adsorbed molecule mass was denoted
by m, whereas V is the gas volume and h is Planck’s constant.
In an ideal gas approximation, the translational PF can be

calculated relatively easily. This approximation assumes that
the gas particles are noninteracting, and their behavior can be
described as if they were ideal, noninteracting particles. In such
a case, the translation PF simplifies to a form that depends on
the temperature and the mass of the gas particles. This
equation is commonly used in SM to relate the chemical
potential to the properties of an ideal gas system, making it a
useful tool for understanding the behavior of particles in such
systems.
The saturated vapor pressure (Pvs), vaporization energy

(ΔEv), and per unit volume of translation PF (Zgtr) for an ideal
gas can be expressed as58
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To determine the quantity of sorbed molecules on a surface
or within a material, the variable “No” is used for this purpose.
To find this quantity, eq 3 which is related to the occupation of
specific sites within the material was utilized. It implies that by
using this equation and the variable “No”, one can calculate or
determine the number of sorbed molecules. This calculation
would depend on the actual content of eq 3 and the context in
which it is being used.

=Q n Na ms o (10)

Equation 10 shows how the number of sorbed molecules is
related to the number of available sites. This equation implies
that the quantity of sorbed molecules is directly proportional
to the number of available sites (more available sites generally
lead to more sorption) and that plays a role in determining the
extent of sorption, likely by defining the efficiency of the
sorption process or the characteristics of the surface and the
sorbing molecules. By utilizing eqs 2 and 3 the resultant
equation takes the form as53
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The following equation described the energy of adsorbed
molecules on binding sites and determined the number of
these site occupations using eq 5 and information related to
chemical potentials. To rule out the interaction of molecules
with binding sites on a surface of NC, these binding sites are
locations where molecules can attach or be adsorbed. The
energy associated with the adsorption process is important for
understanding how molecules are held in place on these
binding sites. The resultant equation is as follows
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Where Phs1 = kBTZge−βε
1am and Phs2 = kBTZge−βε

2am and eβμm is
substituted by P

Zg
in eq 12. eq 11 contains the necessary

mathematical relationships for calculating the number of
molecules occupying these binding sites. This calculation
also requires information related to chemical potentials.
Chemical potentials are a concept from thermodynamics that
describes the potential energy of a species in a system, and they
play a crucial role in understanding how molecules interact
with surfaces and materials.53,56
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3.2.1.1. Monolayer MSE. There are specific receptor sites
referred to as Dsr receptor sites, which can adsorb a variable
number of ions. Each receptor site can either be unoccupied
(Ns = 0) or occupied (Ns = 1), and this binary occupancy
state is central to the model’s representation. The parameter
“Ns” represents the number of ions adsorbed at a particular
receptor site. The PF for a single receptor site is expressed by
the following equation, which is a mathematical representation
of the probability of different occupancy states (Knani et al.,
2007)59

= = +
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+z e 1 e
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0,1

( ) ( )

s

s

(14)

Here, “zgc” is the PF, and “β” represents the inverse of the
thermal energy (kT), with “k” being the Boltzmann constant
and “T” being the temperature. While “ε” is the energy
associated with adsorption, and “μ” is the chemical potential of
the adsorbed species. The summation (∑) considers both
occupancy states (Ns = 0 and Ns = 1) and calculates the
probabilities associated with each state.
The adsorbed capacity (Qa), which represents the total

amount of adsorbate adsorbed on the surface, is determined by
the product of the number of available receptor sites (nms) and
the average occupancy per site (No). The half-saturation
pressure (Phsd1/2

) is a crucial parameter in this equation,
denoting the pressure at which approximately half of the
receptor sites are occupied by adsorbate. The equation for the
adsorbed capacity is given as follows

= =
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Q n N
n D

1
P

P

na ms o
ms sr

hs1/2 ms

(15)

In this equation, “P” is the pressure, nms is the number of
available receptor sites, and “Dsr” represents the number of ions
that can be adsorbed by each receptor site. The equation
considers the competition between the adsorption process and
the pressure, ultimately determining the adsorbed capacity as a
function of pressure and the characteristics of the adsorbent
surface.
This model is valuable for understanding and predicting

adsorption behavior in systems where receptor sites may have
variable affinities for adsorbates and helps elucidate the
relationship between pressure, occupancy of receptor sites,
and adsorbed capacity. It was initially assumed that all receptor
sites on the adsorbent surface are identical. This assumption
simplifies the mathematical description of the adsorption
process and serves as a fundamental basis for the model. It is
important to note that receptor sites on a surface may have
varying affinities for adsorbates, but this model assumes
uniformity for the sake of simplicity and to establish a
foundational framework for analysis.

3.2.1.2. Double Layer Model with Two Energies. In the
process of constructing a mathematical model, a fundamental
assumption is made, wherein it is postulated that the energy
associated with the adsorption of the first layer of particles
(denoted as −ε1) is distinct from the energy related to the
adsorption of the second layer of particles (denoted as −ε2).
This distinction in energies implies that when Cu2+ directly
adheres to the surface of the adsorbent material, it forms
stronger bonds compared to Cu2+ that has already been
adsorbed in prior layers. This differentiation in binding
energies is of critical importance in understanding the behavior
of adsorbed species on the surface.
To delve deeper into this concept, one can consider the PF,

a key mathematical expression used in SM to describe the
distribution of energy states in a system. In this context, the PF
can be expressed through a specific equation, which is a
fundamental component of the mathematical model. This
equation encapsulates the energetic disparities between the
first and second adsorbed layers of Cu2+ on the adsorbent
surface. It is important to highlight that this mathematical
model is developed with the underlying assumption that a
particular binding site, referred to as the Dsr binding site, is
present. This assumption is based on the foundation for
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understanding the adsorption phenomena of Cu2+ on the given
adsorbent material.
The differentiation between the energies of the first and

second adsorbed layers, along with the inclusion of the Dsr
binding site in the model, allows for a more comprehensive
and accurate representation of the adsorption process. It
provides a means to describe and predict the behavior of Cu2+
on the adsorbent surface, considering the varying strengths of
their interactions with the material. This mathematical model
serves as a valuable tool for researchers and scientists in the
field of adsorption chemistry, enabling them to gain insights
into the mechanisms governing adsorption and potentially
leading to the development of more effective adsorbent
materials for various applications59
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The final eq takes the form as
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In this equation, Phs1 and Phs2 refer to two critical values
associated with a multilayer adsorption process, where a
substance or molecules are being adsorbed onto a surface.
They represent the half-saturation pressures for the first and
second adsorbed layers.
Phs1 is the pressure at which the first layer of molecules or

particles begins to cover approximately half of the available
adsorption sites on the surface. When the pressure reaches Phs1,
about 50% of the adsorption sites on the surface are occupied
by the first layer of adsorbate. Beyond this pressure, the first
layer becomes more densely packed, and adsorption slows
down.
Phs2 represents the pressure at which the second layer of

molecules or particles begins to cover approximately half of the
remaining available adsorption sites on the surface. Once Phs2
is reached, about 50% of the remaining adsorption sites are
occupied by the second layer of adsorbate. The second layer of
adsorption occurs on top of the first layer. These values, Phs1
and Phs2, are crucial in the study of multilayer adsorption
processes, as they help researchers understand the point at
which each layer starts to form and the capacity of the
adsorbent surface to accommodate additional layers of
adsorbate.

3.2.2. Surface Biosorption Energy Analysis. Surface
biosorption energy can be analyzed using SPF, which involves
the application of thermodynamic principles to the study of
systems composed of many particles. This can be done using
techniques such as isothermal titration calorimetry or surface
plasmon resonance. The SPF for analyzing surface biosorption
energy involves considering the system as a collection of
particles in thermal equilibrium with their environment.
The energy distribution on IER/CG was revealed to be

unimodal when the biosorption energies were assessed at three
different temperatures. It was found that the greatest peak
intensity of IER/CG varied with sample temperature (Figure
4). Low Cu2+ biosorption binding site energies decreased with
temperature because of an increase in energy distribution. The
biosorption energy (E1 and E2) values in this experiment have
a value of less than 23 kJ mol−1. A small amount of biosorption
interaction was seen on the analyzed adsorbent, indicating that

the process was likely physisorption in nature. The optimal
temperature ranges for the absorption of Cu2+ were found to
be between 315 and 375 K.

3.2.3. In Vitro ACA. Numerous studies suggested that both
the concentration of sulfate and 3,6-anhydrogalactose are
responsible for ACA.15,62,63 With the increase in the conc., the
ACA increases in all the single CG and CG/IER (Figure 5).

These metal ions do have conc. dependent significant ACA.
CG can form insoluble complexes when reacted with
fibrinogen. However, the formation of precipitates was also
evident for CG/IER alone. Fibrinogen causes opalescence
which noticeably clears upon the addition of CG indicating the
formation of insoluble complexes (Table 3). The insoluble

complex formation is dependent on the SP making a complex
with fibrinogen; this can take place even at a neutral pH of 7.64

The difference in the time lapse of various coagula formations
of the CG depends on its combination with different
concentrations of Cu2+. It was observed that IRP69H/κ-
lowers the platelet count (PC) more effectively as compared to
other samples due to the greater uptake of Cu2+. Platelets are a
type of blood cell that helps in the clotting process to stop
bleeding. A decrease in PC refers to PC reduction. The
phenomenon of agglutination is only possible when the PC
remains unaffected, and a lower count does not support this
phenomenon.
In Table 3, for CG, the interaction with fibrinogen is

generally positive (++ or + ) at lower concentrations but
becomes less significant (0 or −) at higher concentrations. The
metal complexes of CG/IER and IER show varied interactions
with fibrinogen, with some concentrations leading to
flocculated precipitates (++ or + ), while others show no
interaction (−). Other compounds like DMSCH, DC20H, and

Figure 5. ACA of DMSCH/κ, DC20H/κ, and IRP69H/κ at different
concentrations from 0.5 to 100 μg/mL.

Table 3. Interaction of CG, CG/IER, IER Alone, and Their
Metal Complexes with Fibrinogen (4 mg)a

s concentrations (μg/mL)

0.5 1 5 10 15 30 40 60 100

κ- + + + + 0 0 0 0 0
κ-Cu ++ + 0 ++
IER-Cu + 0 0 0
IER/κ-Cu ++ ++ ++ ++ 0 0 0
DMSCH
DC20H
IRP69H
heparin 136

a+++ copious flocculated precipitate; + + flocculated precipitate; +
finely dispersed precipitate; 0 = opalescence; - = clear solution.
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IRP69H show no observable interaction (−) with fibrinogen.
Heparin forms a copious flocculated precipitate (+++),
indicating a strong interaction with fibrinogen. The table
provides insights into how different compounds and their
metal complexes interact with fibrinogen at varying concen-
trations.
In this in vitro study comparing ACA, we assessed various

compounds in comparison to heparin. The results of a
prothrombin time experiment revealed that CG and CG/IER
exhibited relatively low ACA (Figure 5). At a concentration of
100 μg/mL, DC20H/κ-Cu2+ exhibited an ACA of only 8 s.
Notably, CG/IER showed higher ACA (Figure 5) compared to
CG but lower compared to Cu2+-complexed CG and CG/IER.
Interestingly, our findings suggest that CG may predominantly
affect the intrinsic pathways of the blood coagulation system
rather than the extrinsic pathways.15 Moreover, the fibrinogen
complexation test indicated an interaction between CG and
fibrinogen, possibly leading to the formation of insoluble
complexes that could precipitate blood cells and platelets in the
body.65 Notably, the highest ACA of 38 s at a concentration of
100 μg/mL was observed with IRP69H/κ-Cu2+. This indicates
its potential as an effective anticoagulant in this context. Our
results rank the compounds in terms of ACA as follows:
DC20H/κ- < DMSCH/κ- < IRP69H/κ-.
The degradation of CG involves specific enzymes targeting

its β-1,4-linkages to produce oligomeric neocarrabiose. Key
enzymes include κ-, iota-, and lambda-carrageenases. These
enzymes cleave the carrageenan chains, leading to the
generation of smaller oligosaccharides. Additionally, CG
requires desulfation for complete decomposition, facilitated
by sulfatases. The degradation process involves sequential
desulfation steps followed by enzymatic hydrolysis, ultimately
resulting in the breakdown of CG into smaller fragments.
Recent research has identified enzymes from various bacterial
species, such as Pseudoalteromonas and Paraglaciecola,

involved in CG degradation, highlighting the synergistic
activity between sulfatases and glycoside hydrolases in this
process66 (Figure 6).
In our investigation of the agglutination phenomenon, a key

observation is the critical role of PC. Agglutination is only
possible when the PC remains unaffected, as a lower count
does not support this phenomenon (Figure 7). Notably, the
substance κ- exhibits an intriguing property�it does not lower
the PC due to its structural characteristics, which prevent the

Figure 6. Degradation of carrageenan through enzymes during metabolism.

Figure 7. PC reduction by 1 mg/mL of DMSCH/κ-Cu, DC20H/κ-
Cu, and IRP69H/κ-Cu. The IRP69H/κ- demonstrated the highest
PC reduction at 1 mg/mL dose because of the highest Cu2+ intake.
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trapping of platelets. Consequently, lower agglutination is
observed in the presence of κ-.67
Table 4 provides a comprehensive overview of Cu2+

adsorption by various algal sources using different adsorbents,
along with the corresponding isotherm parameters, maximum
adsorption capacity (qmax), kinetics, and pH conditions.
Different algal species, categorized by color (brown, green,
and red), such as Sargassum sp., Ulva fasciata,68 Caulerpa
lentillifera,69 Gracillaria sp.,70 Fucus vesiculosus,71 Asparagop-
sis armata, Chondrus crispus, Fucus spiralis, and Ascophyllum
nodosum,72 were investigated for their Cu2+ adsorption
potential. The adsorbent used was Langmuir adsorption
isotherm (LAI), and the adsorption isotherm followed the
pseudo-second-order (PSO) or the intraparticle diffusion
(IPD) model. The pH conditions ranged from 4.0 to 5.5,
indicating the influence of pH on Cu2+ adsorption onto algal
biomass. These data provide valuable insights into the
potential of different algal species as eco-friendly and cost-
effective adsorbents for Cu2+ removal from aqueous solutions,
aiding in environmental remediation efforts.
Table 5 presents data on the effect of different compounds

on carrageenan properties, focusing on sulfate content,
molecular weight, flexibility parameter, and transition temper-
ature (TTc) relative to control samples. Compound C1, C2,
C3, and C4, extracted from Gigartina skottsbergii, influenced
κ-/ι-CG types, with sulfate content ranging from 31.4 to 35.3%
and molecular weights between 18 and 124 kDa. Flexibility
parameters varied from 1.0 to 2.1, while TTc ratios showed
concentration-dependent effects. Compounds C5, C6, and C6,
also from Gigartina skottsbergii, affected λ-CG, with sulfate
contents ranging from 38.5 to 40.0%, and molecular weights

between 83 and 121 kDa. Flexibility parameters and TTc ratios
demonstrated concentration-dependent variations. Com-
pounds C7 and C8, cyclized λ-carrageenans from Gigartina
skottsbergii, exhibited sulfate contents of 35.8 to 35.9%, with
molecular weights of 17 and 66 kDa, influencing flexibility and
TTc ratios in a concentration-dependent manner. Heparin
used as a reference displayed a sulfate content of 36%, with
TTc ratios consistently greater than 11.5 across all
concentrations, suggesting its distinct behavior compared to
CG compounds.68−72

It is worth noting that even lower concentrations of CG
were observed to be sufficient to cause precipitation. The
findings indicate that CG does not exclusively form complexes
with fibrinogen but also interacts with other clotting proteins.
These interactions result in the formation of insoluble
complexes between CG and other clotting proteins, potentially
leading to embolism (Table 6).
Table 6 provides information on various algae species,

including their division, flagella presence, isolation method,
compound names, composition, algae type, glycosidic linkage,
molecular weight (mw), and acetyl content. Grateloupia
livida,73 a red algae from the Phaeophyta division, exhibits
compounds GLP-1, −2, and −3 composed mainly of galactose,
with mw ranging from 3.36 to 60.4 kDa. Sargassum horneri,74

another Phaeophyta species, has compounds SHP-80, −60,
and −30, consisting of xylose and glucose, with mw ranging
from 11.2 to 1.92 × 103 kDa. Sargassum aquifolium,75 also
Phaeophyta, contains xylose, galactose, fucose, glucuronic acid,
and mannose, with α-L-fucopyranose or β-D-xylopyranose
linkage at position 3. Enteromorpha clathrate,18 green algae,
has galactose, rhamnose, and arabinose, with partially sulfate

Table 4. Brown, Green, and Red Algae as Adsorbents of Cu2+a

metal algal source adsorbent isotherm qmax (mmol/g) kinetics pH ref

Cu2+ brown Sargassum sp. LAI 1.13 PSO 5.5 68
Cu2+ green Ulva fasciata LAI 1.14 PSO 5.5 68
Cu2+ green Caulerpa lentillifera LAI 0.08 IPD 5.0 69
Cu2+ red Gracillaria sp. LAI 0.59 PSO 5.0 70
Cu2+ brown Fucus vesiculosus LAI 1.66 PSO 5.0 71
Cu2+ red Asparagopsis armata LAI 0.33 PSO 5.0 72
Cu2+ red Chondrus crispus LAI 0.63 PSO 4.0 72
Cu2+ brown Fucus spiralis LAI 1.0 PSO 4.0 72
Cu2+ brown Ascophyllum nodosum LAI 0.91 PSO 4.0 72

aLAI�Langmuir adsorption isotherm, PSO�pseudo second order, IPD�intraparticle diffusion.

Table 5. ACA of CG and Cyclized CG

compound species
carrageenan

type
sulfate as

SO3Na (%)
molecular

weight (kDa)
flexibility
parameter

TTc (TT ratio relative to control the sample without a compound)
concentration (μg/mL)

200 100 50 5 0.5

C1, C2,
C3, C4

Gigartina
skottsbergii

κ-/ι- 33.1, 31.4,
34.5, 35.3

75, 124, 73, 18 0.100 2.0, 2.1,
1.2, 1.0

1.5, 1.7,
1.3, 1.0

1.5, 1.5,
1.3, 1.0

1.0, 1.0,
1.0, 1.0

1.0, 1.0,
1.0, 1.0

C5, C6, C6 Gigartina
skottsbergii

λ- 38.5 n.d., 83, 121 0.053 ≥11.5 ≥11.5 for
all

3.6 1.4, 2.2, 2.1 1.3, 1.3, 1.4

≥11.5,
≥11.5

40.0
n.d

39.2 n.d
C7, C8 Gigartina

skottsbergii
cyclized λ- 35.9, 35.8 66, 17 0.083 2.2, 1.5 2.0 1.2, 1.9 1.1, 1.0 1.1, 1.0

1.3
heparin 36 >11.5 >11.5
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groups at the C3 position of 1,4-β-L-arabinose residues.
Monostroma latissimum,76 a Chlorophyta species, is composed
of xylose, rhamnose, and glucose. Lastly, Codium divarica-
tum,17 also Chlorophyta, contains glucose and galactose, with
single (1 → )-β-D-galactopyranose units connected to the
main chain at O4 locations and branch 1,3-β-D-galactopyr-
anose residues.
We observed that heparin forms insoluble complexes when

infused with thrombin, an effect attributed to sulfate groups
present at various positions in its pentasaccharide structure.20

This characteristic of heparin contributes to its ACA. CG, like
heparin, contains sulfate groups at specific sites, suggesting the
potential for ACA, as indicated in previous studies conducted
either with isolated CG or degraded CG (Table 5).77

However, an unexplored aspect in prior research is the impact
of blending all three forms of CG, κ, λ, and ι, on the degree of
sulfation and its potential influence on ACA. Furthermore,
galactose-2-sulfate, a sulfate group unique to λ-CG, may also
play a role in ACA. The extent and position of sulfation in CG
(κ, λ, ι) may be critical factors influencing ACA (Table 6). Our
study highlights the importance of sulfate groups in heparin
and CG and their potential implications for ACA.
This study delves into the dynamic role of the CG/IER

complex when combined with Cu2+ and its implications for
ACA. Initially, it was hypothesized that higher sulfate content
would lead to greater ACA; however, subsequent research
revealed that sulfate content alone was insufficient evidence.78

ACA is a multifaceted phenomenon influenced by a multitude
of factors beyond sulfate content. CG has been shown to
exhibit ACA through various mechanisms, including fibrin
formation, the physiological resolution of anticoagulant
pathways, and platelet activation.15,78,79 Similarly, Cu2+ on its
own80 and as part of its complexes30 is known to possess
significant ACA. Deficiency of Cu2+ can result in clotting
abnormalities and bleeding.81 A proposed mechanism of ACA
is illustrated in Figure 8.
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Figure 8. Proposed mechanism of ACA of CG and copper.
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The presence of Cu2+ demonstrating the ACA confirms the
hypothesis of Anderson et al.78 that the ACA is not entirely
dependent on the sulfate content. The Cu2+-complexed CG
mostly showed the highest ACA results.67 For the blood
clotting test 2 mg/kg of lambda-CG was found to be the
highest; an increase to 5 and 6 mg/kg rendered it toxic which
has been reported previously.78

Numerous factors are involved in the ACA of SP such as the
degree of sulfation, hydrophobic pockets, the position of the
sulfate group, glycosidic linkages, and molecular weight. While
oversulfation makes AC out of neutral polysaccharides that
have no biological functions.82 The sulfate group’s position,
not their degree of substitution, has the greatest effect on the
ACA. The most beneficial site for substitution among them is
C-2 of 3,6-anhydro-β-d-Galp, whereas the least advantageous is
C-6 of β-d-Galp. The highest potential sulfated monosacchar-
ide units for ACA should have two sulfate groups, a glycosidic
bond on the pyranose ring, and C-2, C-3, and C-4 in the
configurations 2S, 3S, 4R for rhamnose, 2S, 3R, 4R or 2R, 3S,
4S for arabinose, fucose, and galactose. The nonspecific polar
interaction between the negatively and positively charged
groups in the polysaccharide and protein is thought to be
instrumental in the formation of the sulfated polysaccharide/
protein complex, and short-range interactions are thought to
further stabilize the complex.83

The variations in ACA of SP may be explained by their
different structural orientation and the possibility that a single
molecule may have more than one target protease.84 Despite
having a high concentration of sulfate groups, members of the
κ- and ι- families only exhibit weak ACA.63 This suggests that
the loss of the sulfate group on the B−C-6 units or the
transition from a relatively rigid, ribbon-like conformation to a
more flexible helix was detrimental to the ACA. The latter idea
is supported by the fact that the ACA is unaffected by the
presence or absence of the 6-sulfate in (1 → 4)-linked
polysaccharides.69 The structural foundation for the ACA of λ
would be the pattern of sulfation on C-2 of the A-unit and C-6
of the B-unit on a backbone with limited A → B flexibility that
facilitates the ordered conformation.67 The in vitro addition of
Cu2+ sulfate (300−1000 μg/mL) resulted in a considerably
reduced thrombin time.31

CG are polyanionic polymers with highly selective cationic
chelating activity, making them ideal for metal uptake.29 Cu2+
had a substantial impact in an in vitro experiment where the
blood coagulation time increased greatly when the concen-
tration of Cu2+ was increased.80 Polysaccharides containing an
intact sulfate functional group outperformed polymers of
equivalent molecular weight. Furthermore, it appears to be
more powerful than the total degree of sulfation in which this
pattern was disrupted by partial desulfation. As previously
reported studies,15,63,82 the basis of the ACA of CG seems to
be an antithrombic.85

3.3. Conclusions. This study underscores the significance
of CG/IER complexes in their ability to bind to metals,
potentially opening avenues for therapeutic cation admin-
istration. It appears that the sulfate content is a likely
contributor to the in vitro ACA observed in κ-. The formation
of insoluble complexes through the complexation of fibrinogen
with the samples further emphasizes their potential to
influence coagulation processes. The results reveal a specific
order of ACA among the samples, with DC20H/κ- <
DMSCH/κ- < IRP69H/κ-. Notably, IRP69H/κ- exhibits a
higher capacity for Cu2+ uptake compared to the other two

NCs, shedding light on the role of metal binding in their
anticoagulant properties. It is worth noting that Cu2+, an
essential trace mineral, has demonstrated anticoagulant
properties by inhibiting blood clot formation. However, the
research on the potential ACA of Cu2+ is still in its early stages,
warranting further investigation to fully comprehend its effects.
It is important to acknowledge that the effects of Cu2+ on
blood clotting are multifaceted and can depend on various
factors, including Cu2+ concentration and the presence of other
substances or metals in the blood. In the pursuit of a
comprehensive understanding of these complex interactions,
future research will be essential to unlock the full therapeutic
potential of CG/IER complexes and their metal-binding
properties.

3.3.1. Strengths of the Study.

1. This study comprised the novel surface-modified
nanocomposite IER and CG to investigate the
biosorption of Cu2+. While biosorption studies are not
uncommon, the specific use of these blends in
conjunction with ANN and SPF adds a unique
dimension to our research.

2. The MLP approach allows for the prediction of material
adsorption capacities based on various input factors such
as temperature, pH, dose, surface area, and adsorbate
concentration. The use of MLP in adsorption studies is
innovative and offers a potential avenue for optimizing
adsorption processes.

3. The study introduces the use of SPF to model the
behavior of complex adsorption systems, particularly
focusing on the steric and energetic interpretations of
Cu2+ biosorption. By combining both interpretations,
the SPF model provides a comprehensive understanding
of the adsorption process, enabling the prediction of
adsorption capacity under different conditions.

4. The study explored the potential for tailoring the
properties of these materials for specific applications
such as metal ion removal.

5. In addition to the biosorption studies, the research
included an in vitro investigation of the ACA. This
aspect added a multidisciplinary dimension to the study,
showcasing the versatility of the materials under
investigation.

3.3.2. Limitations of the Study. While the study contributes
significantly to the understanding of adsorption processes and
materials, it is essential to recognize its limitations and areas for
improvement to guide future research efforts effectively.

1. The ANN and SPF models rely on certain assumptions
and simplifications that may not fully capture the
complexity of real-world systems. For example, the
MLP model may oversimplify the interactions between
input variables and adsorption capacity, leading to
potential inaccuracies in predictions and requiring
laborious analysis to correctly predict the data.

2. The findings of the study may be specific to the
materials, conditions, and experimental setup used in the
research. As such, they may not be directly applicable to
other adsorbent materials or environmental conditions.
Generalizing the results to broader contexts requires
careful consideration of potential variations and
uncertainties. This requires expertise, and generally
such research activities could not be performed easily.
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3. Further investigations into the biological and biomedical
implications of the materials used, as well as their
potential toxicity or biocompatibility, could provide a
more comprehensive understanding of their applications
in biomedical fields.

3.3.3. Future Recommendations.
1. The study highlights the potential of using ANN and

SPF for modeling and predicting adsorption processes.
Future research could focus on refining these models to
improve their accuracy and efficiency in predicting
adsorption capacities under various conditions. This
could involve experimenting with different network
architectures for MLP or incorporating additional factors
into the SPF model to enhance its predictive capabilities.

2. While the study focuses on IER and CG, there is scope
for exploring other types of adsorbent materials with
potentially superior adsorption properties. Future
research could investigate the synthesis and character-
ization of novel materials and assess their suitability for
applications in adsorption processes, such as wastewater
treatment or pollutant removal.

3. The study demonstrates the integration of experimental
techniques with computational modeling to gain insights
into adsorption phenomena. Future research could
further leverage this interdisciplinary approach by
combining experimental data with advanced computa-
tional simulations, such as molecular dynamics simu-
lations or density functional theory calculations, to
deepen our understanding of adsorption mechanisms at
the molecular level.

4. The insights gained from the study have implications
beyond adsorption research, particularly in environ-
mental remediation and biomedical applications. Future
investigations could explore the use of the developed
models and materials for addressing real-world chal-
lenges, such as water purification, drug delivery, or
biomedical implants.

5. Collaborations with industry partners or interdisciplinary
research teams could facilitate the translation of research
findings into practical applications.

6. Our study highlights the complex nature of ACA and the
involvement of multiple factors beyond sulfate content
in CG/IER-Cu2+ complexes. Advanced research is
needed to elucidate the intricate mechanisms that
govern ACA. Further exploration of the degree and
location of sulfation in CG, especially when blending all
three forms, may yield valuable insights into its
anticoagulant properties.

7. Our study sheds light on the complex interplay between
PC, agglutination, and the interactions of CG with
various clotting proteins, emphasizing the need for
further research in this area as well.
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Physicochemical and Antibacterial Properties of Carrageenan and
Gelatine Hydrosols and Hydrogels Incorporated with Acidic Electro-
lyzed Water. Polymer 2015, 7 (12), 2638−2649.
(27) Stamboroski, S.; Boateng, K.; Lierath, J.; Kowalik, T.; Thiel, K.;
Köppen, S.; Noeske, P. L. M.; Brüggemann, D. Influence of Divalent
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