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Modulating the ion-transfer electrochemistry of
perfluorooctanoate with serum albumin and
p-cyclodextrint

Hum Bahadur Lamichhane and Damien W. M. Arrigan "=/ *

Per- and polyfluoroalkyl substances (PFAS) are durable synthetic pollutants that persist in the environment
and resist biodegradation. lon-transfer electrochemistry at aqueous—organic interfaces is a simple strategy
for the detection of ionised PFAS. Herein, we investigate the modulation of the ion transfer voltammetry
of perfluorooctanoate (PFOA) at liquid—liquid micro-interface arrays by agueous phase bovine serum
albumin (BSA) or B-cyclodextrin (3-CD) and examine the determination of association constants for these
binding interactions. By tracking the ion transfer current due to ionised, uncomplexed PFOA as a function
of BSA or p-CD concentration, titration curves are produced. Fitting of a binding isotherm to these data
provides the association constants. The association constant of PFOA with the BSA determined in this way
was ca. 10° M~ assuming a 1:1 binding. Likewise, the association constant for PFOA with p-CD was ca.
10* ML for a 1:1 B-CD-PFOA complex. Finally, the simultaneous effect of both BSA and p-CD on the ion
transfer voltammetry of PFOA was studied, showing clearly that PFOA bound to BSA is released (de-com-
plexed) upon addition of B-CD. The results presented here show ion transfer voltammetry as a simple
strategy for the study of molecular and biomolecular binding of ionised PFAS and is potentially useful in
understanding the affinity of different PFAS with aqueous phase binding agents such as proteins and

rsc.li/analyst carbohydrates.

Introduction

Per- and polyfluoroalkyl substances (PFAS) are synthetic orga-
nofluorine compounds that have been widely used in indus-
trial and commercial applications, such as food packaging,
paper and textile coatings, clothing and furnishings, fire-fight-
ing foams, and in cosmetics."” Due to their strong carbon-
fluorine bonds, PFAS are stable and are persistent and non-
biodegradable when they enter the environment. PFAS are ubi-
quitous in distribution, having been detected at different con-
centrations in diverse environmental samples (e.g., drinking
water, soils, biological species).*® Elevated PFAS concen-
trations have been detected in drinking waters in Australia and
USA.”>'° Drinking water, food, air, and household dust are the
common sources of exposure of humans to PFAS, with PFAS
found in several samples of human hair, breast milk, blood,
and urine."'™ A study in Australia with over 2000 donors,
mostly from urban and some industrial areas, revealed the
presence of several PFAS in human blood serum at concen-
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trations in the range 0.8-15.2 ng mL™ """ Amongst all PFAS,
perfluorooctane sulfonate (PFOS) was reported at the highest
concentration. PFAS have also been detected in hair (2.40-233
pg ¢ ") and urine (0.18-2.97 ng L™") samples collected from
children (aged 4-6 years) in Hong Kong."'* Likewise, a study in
China reported PFAS in human breast milk,"* showing that
amongst all PFAS, perfluorooctanoate (PFOA) and PFOS were
detected in the largest proportions. Many studies have shown
that an accumulation of PFAS in the human body is associated
with adverse health effects'>™° that ultimately result in econ-
omic and social impacts worldwide. For example, the USA has
invested ca. US$37-59 billion annually for health-related costs
of PFAS exposure.*’

Serum albumin is the most abundant soluble protein
found in humans and it has many physiological roles.>’° It
forms complexes with various other substances e.g., albumin-
drug complexes,*® albumin-surfactant complexes.”” Studies
have shown that serum albumin binds with some PFAS®"*°
and that more than 90% of PFOA was bound with serum
albumin (both human and rat).>” In some cases, over 99% of
PFAS were bound with serum albumin.?**' One study showed
that the interaction of PFOS with serum albumin not only
changed the protein’s physiological functions but also its sec-
ondary structure.’> Wang et al®* and Chen et al** also
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reported structural changes in serum albumin upon inter-
action with PFAS.

Cyclodextrins, cyclic carbohydrates composed of glucose
monomers, are widely used as carriers of hydrophobic drugs
due to their ability to encapsulate organic molecules within
their macrocyclic cavity.*> p-cyclodextrin (f-CD), made up of
seven glucose monomers, forms complexes with PFAS (e.g:,
PFOA and PFOS).>*™*° One study revealed that in the presence
of B-CD, the binding of PFOA with serum albumin was
unfavourable.®” For example, it was found that serum albumin
was completely dissociated from its complexes with PFOA if
the concentration of f-CD was ca. 5-times higher than the
PFOA concentration.’”

In order to study the complexes resulting from interaction
of PFAS with serum albumin, usually one or more of a variety
of spectroscopic techniques (e.g., nuclear magnetic resonance
(NMR) spectroscopy, fluorescence spectroscopy, circular
dichroism spectroscopy), mass spectrometry, surface tension,
and/or equilibrium dialysis have been used.*"**'™** These tech-
niques have limitations, such as time-consumption, poor sen-
sitivity, and necessity for an exceptionally pure reagents.*’
Studies of PFAS by electrochemical methods has not been
popular because their high stability makes direct redox electro-
chemistry impractical. However, some electroanalytical
methods have been examined.*® One such approach is electro-
chemistry at the interface between two immiscible electrolyte
solutions (ITIES), which enables the non-redox detection of
ionised substances.”” Despite some disadvantages of the
ITIES, such as instability and high capacitance, improvements
have progressed by miniaturisation*®*° to microscale and by
mechanical support with porous membranes or gelled organic
phases.’®>* As a result, PFAS electrochemical detection and
sensing has been investigated at the ITIES®>® including the
microlTIES (WITIES).>>>® We have previously reported the sen-
sitive detection of PFOA with this approach and identified the
impact of matrix components on the electrochemical detection
of PFOA.”® These matrix effects indicated that bovine serum
albumin (BSA) and $-CD bind to PFOA.

Here, we aim to evaluate the capability of electrochemistry
at a pITIES array as a means to characterise and study PFOA
binding with BSA and B-CD, and to determine quantitative
data on binding from the resulting electrochemical behaviour.

Experimental section
Materials

All chemicals were from Sigma-Aldrich Australia and used as
received unless otherwise mentioned. Bis(triphenylphosphora-
nylidene)Jammonium tetrakis(4-chlorophenyl)borate
(BTPPATPBCI) was synthesised by metathesis of equimolar
quantities of Dbis(triphenylphosphoranylidene)ammonium
chloride (BTPPACI) and potassium tetrakis(4-chlorophenyl)
borate (KTPBCl) (STREM Chemicals). A stock solution of pen-
tadecafluorooctanoic acid (PFOA, purity: 98%) (STREM
Chemical) was prepared in 10 mM lithium chloride (LiCl).
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Reference solution for the organic phase reference electrode
was 1 mM BTPPACI in aqueous 10 mM LiCl. Organic phase
and aqueous phase electrolyte solutions were 10 mM
BTPPATPBCI in 1,2-dichloroethane (1,2-DCE) and aqueous
10 mM LiCl, respectively. Solutions (0.6 mM) of BSA and $-CD
were prepared in aqueous 10 mM LiCl, unless otherwise men-
tioned. Purified water (resistivity 18.2 MQcm) from a Milli-Q
system (Millipore Pty. Ltd, Australia) was used to prepare
aqueous solutions.

Methods

An Autolab PGSTAT302N electrochemical workstation
(Metrohm, The Netherlands) supported with NOVA software
was used for all electrochemical experiments. The electro-
chemical cell was placed in a Faraday cage, at ambient temp-
erature. The PITIES arrays were prepared with glass mem-
branes having 100 pores (10 x 10 square array, prepared by
laser ablation in a ca. 130 pm thick borosilicate substrate).*
The membrane was attached to the mouth of ca. 6 cm long
glass cylinder using silicone sealant (Selley, Australia and New
Zealand) in such a way that the pores having wider diameter
(i.e. 42 pm; laser entry side) were facing away from the glass
cylinder, and the pores having a smaller diameter (i.e. 21 um;
laser exit side) were facing towards the glass tube.®® The inner
side of the pores along with surface of the glass membrane
that faced toward the glass tube was made hydrophobic by
treatment with trichloro(1H,1H,2H,2H-perfluorooctyl)silane.
These glass microporous membranes were prepared at the
Australian National Fabrication Facility. The electrochemical
cell set-up is summarised in Scheme 1. All experiments
employed this two-electrode cell using a Ag/AgCl electrode on
each side of the pITIES array. Cyclic voltammetry (CV) and
differential pulse voltammetry (DPV) were employed. The CV
scan rate was 10 mV s~ *. The DPV waveform parameters were:
modulation amplitude: 0.025 V, step potential: 0.005 V, inter-
val time: 0.5 s, modulation time: 0.05 s, wait time: 20 s. A
Langmuir binding isotherm model was used to estimate the
PFOA-BSA or PFOA--CD association constants (K) using non-
linear curve fitting with Microsoft Excel Solver.

Results and discussion

Effect of bovine serum albumin on the ion transfer
electrochemistry of PFOA

Our previous study reported that an aqueous phase at pH > 4
was suitable for the ion transfer detection of PFOA at nano-
molar concentrations using a WITIES array.>® Also, the matrix
effect of different sample constituents (including BSA, and
B-CD) was identified.”® Here, CV was employed to further
examine the influence of BSA on the ion transfer electro-
chemistry of PFOA using the cell shown in Scheme 1. CVs of
100 pM PFOA in the presence and absence of BSA at physio-
logical concentration (~0.6 mM)°®" are shown in Fig. 1A and B,
respectively. These results show that in the absence of BSA,
PFOA presents (Fig. 1A) a forward scan steady-state voltam-

This journal is © The Royal Society of Chemistry 2024
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Scheme 1 Schematic representation of the electrochemical cell used in the experiments, where x = concentration of PFOA, y = concentration of

BSA, and z = concentration of f-CD. O = organic phase, W = water phase.
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Fig. 1 CVs in the absence (black) and presence (red) of aqueous phase PFOA. Cell as shown in Scheme 1. Aqueous phase contains (A) 0 mM or (B)

0.6 mM BSA. Scan rate: 10 mV s™%.

metric response, due to the radial diffusion control of anionic
PFOA transfer across the pPITIES. However, the reverse scan pre-
sents a peak shape, due to linear diffusion control of anionic
PFOA within the pores that hold the pITIES, in agreement with
our previous report.>® Fig. 1B shows the CV of 100 pM PFOA in
the presence of the physiological concentration of BSA, indi-
cating very poor detection of PFOA. These results show that
BSA has a significant impact on the detection of PFOA; this is
attributed to complexation of PFOA by BSA.”**° Accordingly,
we set out to further study and assess if electrochemistry at a
WITIES array could be used for characterisation of PFOA-BSA
complexation.

In order to understand the basis of PFOA-BSA complexa-
tion, we titrated a fixed concentration of PFOA (i.e. 5 pM) with
different concentrations of BSA with detection by DPV of PFOA
ion transfer (Fig. 2). It can be seen that the PFOA response
decreases with an increase in BSA concentration, and that the
peak response of PFOA remains unchanged above a certain
concentration of BSA (inset, Fig. 2). These results confirm that
the decrease in response of PFOA with the increase in BSA con-
centration is due to complexation of PFOA by BSA, in agree-
ment with the literature.*’** As a control experiment, the
response of a model analyte, tetrapropylammonium (TPrA"), at
the same concentrations of BSA was examined. Here, the peak
responses of TPrA" did not change with BSA concentrations
(Fig. S17), showing no complexation between BSA and TPrA",
in alignment with previous work,®* but also that the changing
responses to PFOA in the presence of BSA were not due to an
experimental artefact. Additionally, CV study of a model
anionic analyte, hexafluorophosphate (PF¢"), in the absence
and presence of BSA revealed a hindrance of this anion trans-
fer due to complex formation with serum albumin®® as illus-
trated in the Fig. S2A and S2B,} respectively.

This journal is © The Royal Society of Chemistry 2024
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Fig. 2 DPVs at different concentrations of BSA at a fixed concentration
of PFOA (5 pM) at the pITIES array. Cell composition as shown in
Scheme 1. Black, red, green, blue, cyan, dark yellow, violet, orange, wine
red, gray, and magneta, respectively, represent the DPVs at 0, 0.5, 1, 1.5,
2,253, 3.5, 4,45, and 5 puM of BSA. Inset: effect of BSA concentration
on response of PFOA. Error bars indicate +1 standard deviation from
three independent measurements. DPVs are background-subtracted fol-
lowed by baseline-corrected.

Effect of p-cyclodextrin on the ion transfer electrochemistry of
PFOA

The purpose of this experiment was to understand the impact
of B-CD on the ion transfer electrochemistry of PFOA at the
WITIES array and to provide a direct comparison of the com-
plexing tendencies of f-CD and BSA with PFOA. Here, the CV
of 100 uM PFOA in the presence of 0.6 mM of p-CD (Fig. 3)
showed a more pronounced signal than that obtained for the
same concentration of PFOA in the presence of 0.6 mM BSA
(Fig. 2). This means that BSA had a greater impact on the
PFOA response than -CD. From this, it can be suggested that
the complexation of PFOA with BSA occurs to a greater extent

Analyst, 2024,149, 2647-2654 | 2649
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Fig. 3 CVs in the presence (red) and absence (black) of PFOA with
0.6 mM B-CD in the aqueous phase. Electrochemical cell as shown in
Scheme 1. Scan rate: 10 mV s™%,

than PFOA complexation with p-CD under the conditions
employed here.

Likewise, in order to understand the basis of PFOA-3-CD
complexation, we titrated PFOA (5 uM) with different concen-
tration of B-CD (Fig. 4). As can be observed with the increase in
B-CD concentration, the peak response of PFOA decreases up
to a certain concentration and thereafter remains unchanged
on further concentration increases. This decrease in PFOA
signal is attributed to the formation of the complex between
PFOA and B-CD, as reported in the literature.>”*° Furthermore,
as a control experiment, the electrochemical response of TPrA"
at the pITIES array was studied in the presence of different
concentrations of p-CD (Fig. S31). This revealed that there was
no change in the response to TPrA" with different concen-
trations of p-CD and indicates that there was no complexation
between them. Furthermore, CV of PFs~ in the presence of
B-CD revealed its negligible effect on the transfer of PFy~
(Fig. S47). Also, it indicates that the signal changes for PFOA in
the presence of different f-CD concentrations were not due to

B
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& 0 ®
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&
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E IV (vs. Ag/AGCI/LiCI 10 mM)

Fig. 4 DPVs at different concentrations of p-CD at a fixed concen-
tration of PFOA (5 pM) at the pITIES array. Cell composition as shown in
Scheme 1. Black, red, green, blue, cyan, dark yellow, violet, orange, wine
red, gray, magenta, and yellow, respectively, represent the DPVs at 0, 5,
10, 15, 20, 25, 30, 35, 40, 50, 60, and 70 yM B-CD. Inset: relationship
between current and concentration of 3-CD. DPVs are background-sub-
tracted followed by baseline-corrected. Error bars indicate +1 standard
deviation from three independent measurements.
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an experimental artefact. It can also be said that under the
same concentration conditions, the impact of BSA on the
PFOA signal was more pronounced than that of §-CD.

Simultaneous effect of BSA and -CD on the ion transfer
electrochemistry of PFOA

The simultaneous effect of both BSA and p-CD on the electro-
chemical response of PFOA at the pITIES array was examined,
given the reports that indicate f-CD enables the de-complexation
of PFOA from serum albumin.’” Fig. 5 presents DPVs of 50 pM
PFOA with 0.6 mM BSA and different concentrations of -CD in
the aqueous phase. The peak current initially increased on
adding p-CD, and eventually reached a plateau (inset, Fig. 5). This
initial increase in current on addition of B-CD is due to the
release of PFOA anions from the complex with BSA. The release
of PFOA anion is possible because p-CD interacts with BSA to
form a p-CD-BSA complex,**®® which results in BSA being unable
to retain PFOA. However, at higher concentrations of -CD, p-CD
interacts with both BSA and PFOA and hence the peak response
does not change with increasing B-CD concentration. These
results suggest that $-CD can successfully de-complex PFOA from
serum albumin, in agreement with other reports.””*®

As a control experiment, DPV was performed using 0.6 mM
BSA in the aqueous phase with different concentrations of
B-CD, but without PFOA (Fig. S51). This experiment did not
reveal any ion transfer across the interface and confirmed that
the DPV peak observed in the mixture of BSA, -CD, and PFOA
is only due to the uncomplexed PFOA, and not to any product
of the BSA-B-CD interaction.

Calculation of association constants for PFOA complexation

The results presented above show that addition of BSA or §-CD
to the aqueous phase containing PFOA influences the ion
transfer current associated with PFOA at the pITIES array
(Fig. 1B, 2, 3 and 4). These results show that a decrease in ion
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Fig. 5 DPVs at different concentrations of $-CD at fixed concentrations
of BSA (0.6 mM) and PFOA (50 pM) at the pITIES array. Cell composition
as given in Scheme 1. Black, red, green, blue, cyan, dark yellow, violet,
orange, and wine red, respectively, represent the DPVs at 50, 100, 200,
300, 400, 500, 600, and 700 uM of B-CD. Inset: relationship between
peak current and concentration of 3-CD. DPVs were background-sub-
tracted followed by baseline-corrected. Error bars indicate +1 standard
deviation from two independent measurements.
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transfer current occurs on addition of BSA or $-CD to the
aqueous phase containing PFOA. This decrease in current is due
to the formation of complexes, and because only the free, uncom-
plexed PFOA anion transfers across the interface, the decrease in
current is associated with the removal of PFOA from solution and
its sequestration by BSA or p-CD. Similar observations for ion
transfer at the ITIES have been reported by Horrocks and
Mirkin,®” who studied the transfer of N-methylphenanthroline in
the presence of DNA, and by Lopes and Kataky,*® who described
the binding of propranolol with «;-acid-glycoprotein. The data in
Fig. 2 and 4 show voltammetric titrations conducted by taking a
fixed concentration of PFOA in the aqueous phase followed by
addition of binding agent, BSA or -CD, and measurement of the
ion transfer current associated with the free, uncomplexed PFOA
anion. This change in current may be used to calculate the
binding constant for the reactions leading to BSA-PFOA or
f-CD-PFOA complexes.

For this analysis, let us assume that each BSA or -CD
forms a complex with PFOA, as shown in eqn (1) and (2). The
reactions are presented as 1:1, although they could be more
intricate; despite multiple binding sites in BSA and other
serum albumins for small molecule ligands, a number of
reports have indicated 1:1 or predominantly 1:1 complexes
are present. This is reported not only for PFAS*"%*7° but also
other small molecules such as flavonoids.”* Binding studies
conducted in solution have shown that PFOA has one high-
affinity binding site and three low affinity binding sites in
serum albumin.®® Likewise, Bischel et al. have reported one to
three primary binding sites in serum albumin for PFOA via
equilibrium dialysis.** Recently, Wu et al., have reported a 1: 1
binding ratio of PFOA and serum albumin.”’ Hence, we
assume a 1:1 combination for our study.

PFOA + BSA = PFOA-BSA (1)
PFOA + p-CD = PFOA-B-CD (2)

Then the appropriate mathematical expression relating the
mole fraction of bound PFOA to the binding constant is given
by the Langmuir equation,’>”* eqn (3).

Xp = K[P]/(1+K[P]) (3)

where, X;, K and [P] are mole fraction of bound PFOA, the
binding or association constant of the complex formed, and
the concentration of BSA or $-CD, respectively. The mole frac-

tion was calculated from the experimental data according to
eqn (4)‘26,67,74

X1, = (It-proa — Ir-proa)/(I-proa) (4)

where Itproa and Irproa are the peak currents in the absence
of BSA or B-CD (i.e. the current associated with the total con-
centration of free, ionised PFOA) and the peak currents in the
presence of specific BSA or p-CD concentrations (ie. the
current associated with free, uncomplexed ionised PFOA in the
presence of complexing agents).

Fig. 6 (dot points) shows the relationship between the mole
fraction of bound PFOA at different concentrations of BSA. This
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Fig. 6 Plot of mole fraction of bound PFOA obtained during titration of
a fixed concentration of PFOA (5 pM) with different concentrations of
BSA. The points are averages of three independent measurements with
error bars of +1 standard deviation. Where error bars are not visible, they
are smaller than the symbol size. The solid line is a nonlinear fit of eqn
(3) to the data.

shows that with the increasing concentration of BSA, the mole
fraction (from eqn (4)) of bound PFOA increases and reaches a
plateau above a certain concentration. Nonlinear curve fitting to
eqn (3) was undertaken (Fig. 6, solid line), and the association
constant (K) of the complex was calculated as 5.3 (£0.22) x 10°
M (Table 1). This value of K is in close agreement with the lit-
erature values reported for PROA-albumin complexes,>'*»**7>76
which vary, e.g. 10>-10° M ™" 313442:44.77

Literature shows that p-CD and PFOA interact with each
other to form complexes.*®*®”® Here, K values of the 1:1 PFOA-
-CD complex using eqn (3) were evaluated as for BSA. Fig. 7 (dot
points) shows the relationship between the mole fraction of
bound PFOA and different concentrations of p-CD. The results
reveal that, at the beginning, the mole fraction of bound PFOA
increased with increasing concentration of p-CD, and eventually
reached a plateau. However, poor curve fitting was obtained
(Fig. S61) when the full concentration range was considered.
Instead, a better fit was achieved when the highest concentration
points (upper four concentrations) were excluded, as shown in
Fig. 7. This improved curve fitting provided a K value for
B-CD-PFOA (1:1 complex) of 2.0 (+0.15) x 10* M™" (Table 1). The
reported K value for the 1:1 complex of f-CD-PFOA by Wilson
and Verrall, as determined by NMR spectrometry, closely aligns
with our calculated value.*® Similarly, various researchers have
documented comparable values for the K of the 1:1

Table 1 Association constant of complexes formed using 5 pM PFOA
by ion transfer electrochemistry at a pITIES array

Complex Combining ratio of Association constant of
types PFOAwith BSAor -CD R*  complex (K (M™")
PFOA-BSA  1:1 (BSA:PFOA) 0.98 5.3 (+0.22) x 10°
PFOA-p-CD  1:1 (p-CD: PFOA) 0.97 2.0 (+0.15) x 10*

“The error values are the standard deviations determined from curve
fitting to three independent sets of experimental data.
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Fig. 7 Plot of mole fraction of bound PFOA obtained during titration of
a fixed concentration of PFOA (5 pM) with different concentrations f-CD
(dotted line). Nonlinear fitting using Langmuir binding isotherm (eqn (3))
(solid line) for 1:1 PFOA-B-CD complex. Error bars are +1 standard devi-
ation of three independent measurements. When error bars are not
visible, they are smaller than the symbol size.

B-CD-PFOA.”*®" However, the reported K value (5.0 (+0.10) x 10°)
by Weiss-Errico and O’Shea was higher than our value.*®

Conclusions

In conclusion, a PITIES array-based electrochemical method
was assessed for the study of the interactions of PFOA with
BSA or B-CD in aqueous phase. Results revealed that BSA has a
more pronounced effect on PFOA transfer at the interface com-
pared to B-CD. The combined effect of BSA and B-CD on the
analytical signal of PFOA was also studied. Based on current
changes with added concentration of either binding agent, the
complex association constant was determined. For the
BSA-PFOA and f-CD-PFOA complexes, the binding constants
were of the order of 10° and 10" M ™", respectively, and in good
agreement with literature values. In the mixture experiments,
for suitable concentrations of p-CD, the PFOA-BSA complex
was dissociated, leading to an increased current for PFOA
transfer, indicating a direct interaction between BSA and $-CD.
Overall, the results presented here show that ion transfer at a
WITIES array is a useful strategy for study of the interaction
between PFAS and proteins and/or carbohydrates.
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